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INTRODUCTION

Fungi and their toxic metabolites — mycotoxins — are of extraordinary
significance for the living world. In their constant circling in nature from soil,
water and air, through plants and animals, they reach man, often causing
drastic effects with unpredictable consequences. Toxic fungi and mycotoxins
cause different diseases in plants, animals and people in all parts of the world,
including our country. They are frequent causes of healthy unsafe food-stuffs
and animal feed, thus directly influencing the health of people and animals.
For those reasons all new knowledge about toxigene and pathogene fungi and
their metabolites is very useful.

However, in that variety of fungi there are also some species useful for
man. Using them since past times and improving technological methods in
which these microorganisms take part, year by year in a modern world there
are produced great variety of products which make life easier, nicer and richer
for a modern man. In the general sense of the word, all that represents the sco-
pe of mycology.

By all its aspects, biotechnological, mycotoxicological, ecological and
other, mycology gather researchers of different profiles with the intention of
obtaining more comprehensive and exact data, primarily for the sake of human
health.

In this Collection of Papers for Sciences of Matica srpska the majority of
papers to be presented at the scientific meeting have been published. The re-
maining papers will be published in the next Collection volume or another
adequate journal.

The members of the Organizing Committee of The first scientific meeting
MYCOLOGY, MYCOTOXICOLOGY AND MYCOSES with international par-
ticipation express profound gratitude to all those who financially supported or-
ganization and holding of this scientific meeting.

The second scientific meeting MYCOLOGY, MYCOTOXICOLOGY AND
MYCOSES with international participation is organized within Department of
Sciences of Matica srpska, and held from 18—20 April 2007 in Matica srpska,
Novi Sad.

President of the Organizing Committee
Professor Marija Skrinjar, Ph.D.
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THE CONTENT OF DEOXYNIVALENOL AND
ZEARALENONE IN CERTAIN PARTS OF FUSARIUM
INFECTED WHEAT HEADS

ABSTRACT: During the year 2006, climatic conditions were favourable for the appe-
arance of head blight in the majority of localities in which wheat was grown in our country.
In the locality of Apatin, in certain plots, the amount of detected infection was up to 25 in-
fected heads per m2. During the harvest, heads with distinct disease symptoms and sporula-
tion of Fusarium graminearum fungi were gathered. Grains from the parts of heads with
manifested disease symptoms were separated into separate samples, together with the grains
above and below the infested head part. Apart from ocular evaluation, the percentage of
grain infestation by Fusarium genus fungi was determined in all three sample categories,
using wet chamber method. Deoxynivalenol (DON) was determined in the samples after
extraction, using acetonitrile-water (84:16, v/v) solution. Quantitative amount of DON was
determined using liquid chromatography with DAD detector at 220 nm. The content of
DON in the samples was as follows: grains with manifested disease symptoms 353,4 ppm
(ug/g), grains above the infested head part 0,225 ppm (pg/g), grains below the infested part
0,125 ppm (ug/g). The content of zearalenone in the samples was determined using thin
layer cromatography method. This toxic agent was determined only in the samples taken
from the head part in which disease symptoms were clearly manifested in the amount of 2,1
ppm (ug/g).

KEY WORDS: deoxynivalenol, Fusarium head blight, Fusarium graminearum, zea-
ralenone

INTRODUCTION

Wheat heads, in our agroecological conditions, are often exposed to the
Fusarium genus fungi infection which causes Fusarium head blight. Apart
from inevitable decrease in yield, mycotoxins, that are almost always produced
by these fungi in the infested grains, represent the greatest danger for humans
and animals. Apart from Fusarium genus, also developed on the grain, there
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are numerous saprophytic fungi from the genera of Alternaria, Mucor, Bipola-
ris, Epicoccum, Cladosporium, Penicillium, Stemphylium etc., which, by their
enzymatic activity, destroy proteins and in great degree decrease the technolo-
gical quality of the product (Clear and Patrick, 1993; Saric¢ et al,
1997; Korona etal., 1995; Csosz, 2002; Bagi etal.,, 2004; Bagi et
al., 2005; Balaz et al., 2006).

Among fungi which are regularly isolated from wheat seeds, it is well
known that toxins are produced by species belonging to genera of Fusarium,
Aspergillus, Penicillium, Alternaria, Mucor, Rhizopus, Streptomyces etc. Among
toxins produced by Fusarium genus species, the most frequent and the most
important ones, in a great number of agricultural products, are deoxynivalenol
(DON) and zearalenone (ZEA) toxins, which are known to cause serious he-
alth problems to people and animals (Peraica et al, 1999; Schnerr et
al., 2002; Sundstol Eriksen, 2003).

The aim of this work was to determine the presence and concentration of
toxins in the infested grains taken from the head part with clearly manifested
Fusarium head blight symptoms, as well as in grains from the head parts abo-
ve and below the manifested symptoms. In the part of an intensively infested
head, to a greater or lesser extent, shrunk grains were formed which are, toget-
her with chaff, partially removed during the harvest. However, from the point
of view of food safety, it is extremely important whether DON or ZEA are ac-
cumulated in other parts of the head, where grains are formed, and which are
then combine harvested and transferred into food.

MATERIAL AND METHODS

The intensity of Fusarium head blight infestation, during the vegetative
period of 2005/06, was monitored in the locality of Apatin on Renesansa
variety. Meteorological factors are represented in Table 1, according to deca-
des, in the period from March to July, when they could affect the intensity of
the occurrence of this disease. Crops preceding wheat on the plot were: sugar
beet in 2002, wheat in 2003, corn in 2004, sunflower in 2005.

Tab. 1 — Meteorological factors in the locality of Sombor (from April to June 2006)

Month Decade Temperature (°C) The amount of precipitation (mm)
March 1 2.0 6.2
1T 2.5 22.4
111 10.6 22.5
Average 5.2 51.1
April 1 10.4 32.5
1T 12.0 74.5
111 159 0.0
Average 12.8 107
May 1 13.2 10.9
1T 17.5 7.8
111 18.0 354
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Average 16.2 54.1

June I 13.1 73.2
I 21.7 13.4
I 253 14.0
Average 20.0 100.6
July I 22.0 22.8
I 232 2.8
I 25.7 24.9
Average 23.7 50.5

The evaluation of the intensity of head infestation was done in June 20,
2006, in the pheno-phase of early waxy ripeness (scale BBCH 7.77), when the
average number of infested heads was determined on the sample of 600
heads/m?, at four randomly chosen places on the plot.

Heads with symptoms of Fusarium head blight were gathered during the
wheat harvest (July 10, 2006). Determination of Fusarium head blight causal
agent was conducted using method by Burgess et al. (1988). In the grea-
test number of cases, infection by the fungus was determined in the mid-plant
parts of the head. By separating the infested part from the non-infested upper
and lower head parts, three grain categories were formed in order to investiga-
te the presence and content of mycotoxins. Apart from ocular separation, seed
infestation was also determined using the method of incubation in moist cham-
ber (Pitt and Hocking, 1985).

The content of deoxynivalenol (DON) in grains from different parts of
ear, was determined by method of liquid chromatography (HPLC). The sam-
ples were ground, homogenized, and 25.0 g of the sample were extracted with
100 cm? of CAN-water (84:16, v/v). six cm? of crude extract was cleaned up
on CACC column (activated charcoal — alumina — Celite — cation exchange
resin). The cleaned up extract was evaporated to dryness, dissolved in 3 cm? of
ethyl acetate, and quantitatively transferred to an evaporation vessel by triple
washing with 1.5 cm?® the ethyl acetate (Jaji¢, 2004). The eluate was evapo-
rated to dryness only. The purified, evaporated residue was redissolved in 300
ul of methanol, and a 15 ul of aliquot solution was injected into the LC
system under the following chromatographic conditions: mobile phase, a mix-
ture of solvents ACN-water (16:84, v/v), A = 220 nm, flowrate 0.6 cm’/min.
Calibration curves used for quantitative determination were constructed on the
basis of the area under DON chromatographic peaks, using standard working
solutions.

The content of zearalenone was determined by thin layer chromatography
(TLC) method. Extraction and purification were performed according to Bal-
zer et al. (1978) method. Evaporated residue was redissolved in 100 ul of
chloroform. 10, 25 and 50 pl of extract were applied to the plate using a mic-
ropipette, along with 10, 15, 25 and 50 ul of standard zearalenone solution
(C = 5 pg/em?d). Quantitative determination was based on the comparison of
fluorescence intensity of sample spots and standard solution spots.
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RESULTS

The average intensity of Fusarium head blight intestation in the locality
of Apatin was 24,25% (Table 2), which is considerably more than the intensity
of infection in average years (B agi, 1999).

Tab. 2 — The intensity of Fusarium head blight infestation in the locality of Apatin in 2006

Number of infested heads/m?

Replication
I I I v X
Infestation intensity 25 26 27 19 24,25

Based on morphological and breeding characteristics of isolates from the
infested heads on PDA and CLA substrates, Fusarium graminearum fungus
was determined. Grain infestation, according to the investigated categories,
was determined using the wet chamber method (Table 3).

Tab. 3 — The infestation of grains taken from different head parts

The percentage of

Sample F. graminearum infestation (%)
Grains from the head part with manifested disease symptoms 100
Grains from the head part above the infested spot 5
Grains from the head part below the infested spot 2

The content of deoxynivalenol in the samples was as follows: grains with
manifested disease symptoms 353,4 ppm (ug/g), grains above the infested
head part 0,225 ppm (ug/g), grains below the infested head part 0,125 ppm
(ug/g). The presence of zearalenone was determined in the grain samples from
the head part in which symptoms were clearly manifested in the amount of 2,1

ppm (ug/g).
DISCUSSION

Mycotoxins in groceries represent serious threat to human and animal he-
alth (Haris etal, 1999; Skrinjar et al., 2005). The types and quantities
of toxins formed in the cereal grains infested by Fusarium genus fungi depend
on the fungus type and isolate, the time when the infestation appeared, grain
crops genotype, as well as on the environmental conditions, above all tempera-
ture and humidity (Perkowski et al.,, 1995; Bocarov-Stanci¢, A.
1996; Bagi et al, 2000; Paul et al., 2005). Among numerous toxins,
extremely important are the ones belonging to the group of trichothecene,
which include DON as well as zearalenone. Correlation was determined be-
tween the formation of DON toxin and the degree of pathogenicity of F. gra-
minearum isolate, which indicates the role of DON in the isolate virulence
(Harris et al, 1999; Goswami and Kistler, 2005). It is considered
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that zearalenone is an estrogenic toxin which affects the formation of fruiting
stadium of F. graminearum (Homdork et al., 2000).

The length of the period over which Fusarium genus fungi could infect
heads, depends predominantly on climatic conditions during sensitive wheat
phenophase, which lasts for about ten days, starting from the beginning of blo-
oming to the grain formation (B alaz, 1987). In spikelets infected at the mo-
ment of blooming, grains are not formed, and in spikelets in which at the mo-
ment of infestation grain was developed to a certain degree, shrunk, poorly fil-
led grains appear. Shrunk grains also appear in case that fungus infests head
spindle, in the head part above the manifested spot. Most of the shrunk grains
are removed, together with chaff and grain clippings during combine harvest,
which also depends on the combine type and adjustment i.e. on the strength of
air current that separates lighter head parts from the wheat grains.

To sum up, toxins transferred into groceries on the one hand, originate
from those head parts in which poorly filled grains, are formed and which are
infected by Fusarium genus fungi, not removed during combine harvest, and
on the other, the quantity of toxins depends on the conditions of wheat stora-
ge, since in inadequate conditions toxic fungi are spread to noninfested grains,
i.e. fungi activity in already infested grains produces mycotoxins. According to
the obtained results, the quantity of DON and ZEA toxins is the greatest in
grains from the head part, with manifested symptoms of Fusarium head blight,
and in which 100% grain infestation was determined, which matches the re-
sults of other authors according to whom great positive correlation was deter-
mined between fungus biomass in the infested grains and the quantity of DON
(Snijders and Perkowski, 1990). DON toxin in non-infested parts
(above and below the infested head part) is not created, i.e. it does not move
with the movement of plant assimilates. Minimal quantities of DON determi-
ned in these grains are the result of the presence of a few percents of infested
grains, which could be determined only by incubation on moist blotter. The
obtained data lead to the conclusion that mycotoxins are not transferrable from
the head parts containing high quantity of fungi and toxin biomass into other
head parts, i.e. into grains. They also point to the liability of conclusions made
by Zhou et al. (2002), who recommend the choice of favourable type of re-
sistence against the spread of parasite within plant tissue, with the aim of pre-
venting DON accumulation in grain crops. By preventing the growth of hyp-
hae within the plant, the creation of toxins in the infested tissue is localised.

Based on these results, it can be concluded that in the measures with the
aim of preventing toxins from appearing in groceries, apart from the measures
for preventing the head infestation to develop (soil cultivation, fertilisation,
crop rotation, chemical protection, resistant genotypes), and optimal storage
conditions (humidity, temperature, the presence of insects etc.), measures of
combine adjustments could also be included, which enable the removal of sub-
stantial part of infested grains, together with chaff which could drastically re-
duce the danger of mycotoxins to become part of nutrition chain. More precise
role of the appropriate combine adjustment in removing infested grains should
be invastigated more thoroughly in the future, and included as an important
measure in avoiding mycotoxicosis in humans and animals.
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CAIIPXKAJ JEOKCHMHUBAJIIEHOJIA U 3EAPAJIEHOHA Y TTOJEANHUM
JEJTOBMMA ®Y3APUO3HUX KIIACOBA TNIHEHWLIE

®epenn, ®@. banax!, Urop M. Jajuh?2, ®epenn; @. Baru!,
Bepa B. Crojuinn!, Bumana @. Aépamosuh?
I TTomoripuBpenHU hakyaTeT, JemapTMaH 3a 3alTUTY Ouiba
u kuBoTHe cpeaune, Tpr JI. O6pagosuha 8, 21000 HoBu Can, Cpbuja
2 TToswonpuBpenHu (akynret, JdemapTMaH 3a CTOYapCBO
3 HemaptMad 3a xemujy, [IpupoaHo mMareMaTUuku (haKyjaTeT

Pesume

Tokom 2006. ronuHe KJIMMATCKW YCJIOBU Cy OMIIM TTOBOJBHU 3a MOjaBy (y3apro3e
KJIaca IIIIeHuIIe Y BehHM JIOKaJIMTEeTa Tajeha OBe KYJIType y Hallloj 3eMJbU. Y JIOKAIH-
TeTy ANaTvH Ha MOjelIMHUM TapiiejlaMa KOHCTaTOBaHA je 3apas3a U J0 25 3apa)KeHUX
KJacoBa 1o m2. 3a BpeMe JKeTBe NMPUKYIUbeHU Cy KJIACOBU Ca jaCHUM CHUMTOMHMa 60-
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JIECTU U criopyJiauuje rmbuBe Fusarium graminearum. VI3 KitacoBa cy y moceOHe y30pKe
OlIBOjeHa 3pHa M3 JieJla ca CUMIITOMUMa 000Jberha, Kao M 3pHa M3HAI U MCIIOJ 3axXBa-
henor nena kiaca. [Topen okyjgapHe olieHe, MpolieHaT 3axBaheHOCTH 3pHa IJbUBaMa U3
pona Fusarium je onpeh)eH y cBe TpU KaTeropuje y3opaka, METOAOM Ha (hUITEp Taru-
py. Y y3opuuma oapehen je neoxcuHuaieHoa (JOH) HakoH ekcTpakiivje ca cMeloM
ateToHuTpuI-Bona (84:16, v/v). KBanturatuBuu canpxaj JJOH-a je onpeheH TedHom
xpomarorpadujom ca JAJl nerekropom Ha 220 nm. Canpxkaj JJOH-a je y y3opuuma
6uo cienehn: 3pHa ca KCIOBEHUM CHUMITOMMMA obosbewsa 353,4 ppm (ug/g), 3pHa
n3Haz 3axaheHor pena knaca 0,225 ppm (ug/g), 3pHa ucrnox 3axsaheHor gena 0,125
ppm (ug/g). Canpkaj 3eapajieHoHa y y3opuuMa ojapeleH je METOAOM TaHKOCJOjHE
XpomaTtorpaduje, IIpy 4eMy je OBaj TOKCUH YTBphEeH caMo y y3opliMMa M3 Jejia Kjaca
Ha KOjEM Cy C€ jaCHO MCIMOJbaBal¥ CUMIITOMU M TO Y KOIW4MHHU of 2,1 ppm (ug/g).
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WHEAT SAFETY IN RELATION TO PRESENCE
AND CONTENT OF DEOXYNIVALENOL

ABSTRACT: HACCP (Hazard Analysis and Critical Control Point) is a concept
which identifies, evaluates, and controls hazards, significant for food safety. It is applicable
to the entire food chain, “from farm to table”. Prevention of a foodborne mycotoxin conta-
mination of commodities is the most rational and cost-effective method for preventing
adverse effects of fungal metabolites on human and animal health. Deoxynivalenol (DON)
belongs to the group of mycotoxins produced by certain Fusarium species, which can dama-
ge several vital organs, or demonstrate immunotoxic effect, when ingested in small amounts
for a longer period of time. Of particular concern is exposure of children to this mycotoxin
through cereals, which are believed to lead to reduced weight gain and decreased liver
weights. For that reason, we tried to present HACCP concept for preventing wheat contami-
nation with deoxynivalenol. To be able to apply this system, hazards must be identified, and
risks assessed, and for that purpose a real picture of area (region) in which preventive mea-
sures shall be applied, need to be established. According to the results of the study conduc-
ted in the laboratory at our department, DON contaminated wheat samples in the region of
Vojvodina accounted for 41,6% in 2004 and 2005, whereas amounts of deoxynivalenol ran-
ged from 57 to 1840 ug/kg.

KEY WORDS: HACCP, deoxynivalenol, wheat

INTRODUCTION

HACCP system itself consists of two fundamental components: HA and
CCP. HA is a risk analysis, that is, identification of potential hazards in each
cycle of food production, and assessment of their effects on human health.
CCPs (critical control points) are actions introduced throughout the production
process by which food safety risks can be prevented, eliminated or reduced to
acceptable levels.

Application of HACCP system is compatible with the quality manage-
ment system, being in compliance with ISO 9000 series of standards, and it
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implies adoption of appropriate measures required for food safety manage-
ment. Prior to introduction of HACCP system in any organizational part of the
food manufacturing establishment, the relevant organizational part must fun-
ction in compliance with the principles of GAP (Good Agricultural Practice),
GMP (Good Manufacturing Practice), GHP (Good Hygiene Practice) and rele-
vant food safety legislation. For the purpose of avoiding any food-related
risks, HACCP method is to be used as an effective way of managing and con-
trolling food safety hazards in the preparation and handling of food and food
products.

HACCP INTRODUCTION PROCEDURE

— Assemble of HACCP team
— Description of the product
— Identification of the intended product use

Since HACCP system involves multidisciplinary approach, multidiscipli-
nary team should be assembled, consisting of specialists with a thorough
knowledge of the product, production process, management and quality assu-
rance principles. This team could include personnel from the production/sanita-
tion, quality control, laboratory, engineering and independent outside experts
to advise about the identified issues, or problematic areas. The task of the te-
am is to ensure that all conditions for the application of the HACCP principles
have been met and necessary documentation prepared, and the team members,
therefore, must have the knowledge and expertise to develop an HACCP plan.

The product and production process description should include the name
of the product, ingredients and composition, packaging, shelf life, storage con-
ditions, and distribution control measures, if applicable.

The intended use of the product refers to its normal use by end-users, or
consumers. The HACCP team must specify where the product will be sold, as
well as the target group and labeling instructions which should be followed.

In our case, control is aimed at deoxynivalenol (DON), a frequent conta-
minant of cereals. The global frequency of mycotoxin-contamination of food
appear to be increasing in the recent years. Mycotoxins may occur during the
different stages of grains production. Fusarium species can be formed in the
field preharvest, and are usually referred to as “field mycotoxins”, and may
continue to be formed in storage if conditions are favorable.

Fusarium is one of the most widespread genera of plant pathogenic fungi
responsible for destructive and economically very important diseases of cereal
crops. Fusarium strains are responsible for wilts, rots and the like in legumes,
coffee, pines, wheat, corn, carnation and grasses.

Disease of wheat known as Fusarium head blight (FHB) is caused prima-
rily by Fusarium graminearum species. This disease reduces yield and seed
quality grade and spreads easily, particularly in regions with humid climatic
conditions (Bowden et al., 2003).

Symptoms: FHB is detected immediately after blooming. Infected heads
become whitish, whereas leaves and stalks remain unchanged. A portion of
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stalk immediately below the head is sometimes of chocolate brown colour. In-
fected wheat seeds are shrunken and typically chalky white or pinkish. Seeds
above the infected spikelet will shrunk if the mould enters the glume and dis-
rupts food supply. Apart from reducing yield and grade, this disease may also
contaminate the grain with fungal toxins (mycotoxins). FHB is favoured by
wet conditions during the flowering and early stages of kernel development.
FHB is recognized in the field by premature bleaching of infected spikelet,
and the production of orange, spore-bearing structures (Serafinchon, 2003).
During wet weather, there may be whitish, occasionally pinkish, fluffy fungal
growth on infected heads in the field. Diseased spikelet can contain visibly af-
fected kernels. The grading term given to visibly affected wheat seeds is fusa-
rium damaged kernel (FDK).

The last line of defense occurs when F. graminearum infections are iden-
tified in cereal fields. Such occurrence would trigger an eradication strategy
where the crop is immediately ensiled or harvested, and the residue carefully
managed and cultivated. The field would be taken out of cereal production for
three years to allow the crop residue to degrade, resulting in the eradication of
the pathogen. F. graminearum does not survive in fields where the host mate-
rial has degraded and is no longer present. During the growing season, grow-
ers should check the fields for the presence of this disease. They should check
for symptoms on cereal heads, about three weeks after anthesis, and in the
grain at harvest. If F. graminearum is found, the planting of varieties least su-
sceptible to the disease should be considered.

Mycotoxins produced by Fusarium species significantly differ in their
structure, and the toxin production is primarily due to genetic factors, but is al-
so affected by the conditions in which fungi grow, such as: the amount of ava-
ilable water in substrate, for fungi growth (a,), ambient temperature, presence
of aerobic medium, relative air moisture, type of medium or substrate, pH en-
vironment, level of sustained damage on kernels, total number of fungi and
share of toxicogenic species, as well as the presence of competitive microflora
etc. For moulds growth, humidity over 12%, and water activity above (a,) 0,7,
is needed. Temperature favourable for toxin production ranges from -5 to
+60°C, and pH from 5—7.

Fusarium is a large and complex species containing strains adapted to dif-
ferent environmental conditions all over the world.

Different strains from the same species may behave differently in myco-
toxin production. There is also a regional difference in mycotoxins produced
by Fusarium species, as a result of genetic variation and climatic factors.
Generally speaking, it is not possible to determine series of conditions or fac-
tors having critical effect on the moulds growth and mycotoxin production. It
is a distinctive feature of biosynthesis of secondary metabolites; the produced
amount is conditioned not only by the environmental and nutritional parame-
ters, prevailing during the production, but is also affected by the previous crop
residues and the incidence of mould occurrence. Mycotoxin type and concen-
tration is always determined by the mould, substrate and external factors.
External factors affecting mould production can be physical, chemical and bio-
logical, but almost always in interaction with each other. The sheer fact that
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mycotoxins are able to synthesize in a few days under favourable ambient con-
ditions, suggests that mycotoxin hazards are permanently present (Narech,
2006).

Trichothecenes are secondary toxic products produced by several moulds,
including species of the genera Fusarium, Myrothecium, Trichodederma, Tri-
chothecium, Stachybotrys and Verticimonosporium. More than 170 trichothece-
nes have been isolated and chemically characterized up to now. Trichothecenes
are tetracyclic, sesquiterpenoid compounds with a 12,13-epoxy-group. Epoxide
group C12,13 of all trichothecenes is believed to be responsible for their
toxicity. Based on the presence of characteristic functional groups, they are di-
vided into type A (T-2 toxin, diacetoxyscirpenol), type B (deoxynivalenol, ni-
valenol), type C and D. Trichothecenes from groups A and B are probably the
most widely distributed mycotoxins, and according to the Report of the EU
Commission, trichothecene toxins from group B are more prevalent in grains
than those from group A. The most common trichothecene from group B is
deoxynivalenol (DON) (57%), followed by 15-acetyledeoxynivalenol (20%),
nivalenol (16%), fusarenon X (10%), and 3-acetyledeoxynivalenol (8%). Out
of trichothecenes from group A, the most common is T-2 toxin (20% of
analyzed samples), followed, to a lesser extent, by other toxins, namely, HT-2
toxin (14%), T-2 triol (6%), DAS (4%), MAS (1%), and verrucarol, but only
in one out of 121 analyzed samples (SCOOQOP, 20).

F. graminearum and F. culmorum. are fungi most often associated with
deoxynivalenol production have been Presence of this moulds is prevalent in
grains, wheat and corn, in particular, causing their rotting. They can also occur
on barley, oats and rye, as well as grain products-malt, beer and bread (Scien-
tific Committee on Food, 1999).

Hot and moist climate favours wheat infection with these moulds, taking
place throughout the entire blooming phase. The optimum temperature for
F. graminearum growth is found to be 25°C, annuall % of humidity, and for
F. culmorum 21°C, and 87% of humidity. According to Martins and Mar -
tins (2002) the most favourable conditions for DON production are 22°C
(6,0 mg/kg) and 28°C (5,5 mg/kg), after 35 days of incubation. According to
the same authors, there is no DON production at temperature of 37°C.

The presence of DON and other Fusarium mycotoxins in Europe is of a
particular importance, primarily due to climatic conditions prevailing in that
region. The Study of scientific corporation for food issues — sub-commission
for trichothecene (SCOOP, 2003) included 11 EU states. Of 11.022 analyzed
samples, DON presence was found in 57%. In a huge number of wheat and
wheat flour analyzed for DON presence (6358), 61% of the samples were
found to be positive, in the detection range from 2 ug/kg (Sweden) to 50 000
pg/kg (France).

The EU Scientific Committee for Food (Commission Regulation No 856/
2005) has established maximum tolerable levels for DON in cereals and their
products: unprocessed cereals other than durum wheat, oats and maize (1250
ug/kg), unprocessed durum wheat and oats (1750 pg/kg), unprocessed maize
(1750 ug/kg), cereal flour, including maize flour, maize grits and maize meal
(750 pg/kg), bread, pastries, biscuits, cereal snacks and breakfast cereals (500
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pg/kg), pasta (dry, 750 ug/kg), processed cereal based food for infants and
young children, and baby food (200 pg/kg).

Tab. 1 — Deoxynivalenol content in wheat (ug/kg) (SCOOP, 2003)

Country Year Total no. of % of positive Max. DON  Average DON

samples samples content content
Austria 1999 68 57 1250 310
Austria 2000 62 61 6090 1203
Austria 2001 36 50 1230 334
Belgium 2001 33 15 504 343
Germany 1999 26 80 764 285
Germany 2000 27 66 402 159
Denmark 1999 16 87 527 198
Denmark 2000 28 92 330 63
Denmark 2001 30 63 204 56
Finland 1999 37 67 264 88
Finland 2000 35 71 1026 234
Finland 2001 39 35 376 90
France 2001 53 100 2125 190
France 2002 3 33 120 95
Norway 2001 147 34 464 84
Netherlands 1998 215 84 3280 546
Netherlands 1999 273 53 1946 245
Netherlands 2000 1111 76 5000 354
Netherlands 2001 863 27 2300 437

Pieters et al. (2001) calculated a provisional TDI of 1,1 ug/kg of
body according to the results of the study conducted in the Netherlands. Based
on this limit, they proposed a concentration limit of 129 pg DON/kg for
wheat, a level designed to protect the health of children who are heavy consu-
mers of wheat based products. This team of scientists concluded that in the
1998—2000 period (high amounts of DON were established in wheat) DON
intake exceeded provisional TDI, particularly in children, which might have
adverse effects on some children. In part because of the concerns raised in the-
ir studies, even stricter limits on DON exposures in bread have been establis-
hed by the Dutch government, namely, 120 DON ug/kg BW for processed
wheat and wheat-based products with wheat content of 33%, and 60 ug/kg.

Results of wheat samples analyzed for the presence and content of DON
in the laboratory at the Department for Livestock Breeding at the Faculty of
Agriculture in Novi Sad are shown in Table 2.

Tab. 2 — Content of deoxinivalenol in samples of wheat collected in Vojvodina (pg/kg)

Average no. of % of positive

Year samples Samples Average Range
2004 4 50 1230 620—18400
2005 12 333 182 57—423

Trichothecenes are strong inhibitors of protein synthesis, targeting and da-
maging, in particular, cells that are actively dividing (thymus, lymph gland, te-
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stes, small intestine, spleen). These toxins can, either alone or in combination
with each other, cause acute or chronic trichothecene-toxicoses, illnesses cha-
racterized by dermatitis, vomiting, food refusal, mucous and skin bleeding, he-
morrhagic diarrhoea and sterility. Clinical toxicity picture includes food refu-
sal, vomiting, tachycardia, hemorrhagic diarrhea, edema, skin and mucous ne-
crosis, destruction of hematopoietic tissue, leukocyte and thrombocyte, leuco-
penia and nervous disorders. Symptoms depend on the type of toxin involved,
concentration and exposure time.

Decreased food intake and vomiting are associated with increased activity
of central serotonin system in brain. After lower, and especially after higher
levels of exposure to deoxynivalenol, reduced growth and development have
been reported in most animal species. This has been confirmed by a great
number of studies as the most obvious effect of deoxynivalenol toxicity. Two
year study conducted on laboratory animals showed that quantity leading to
growth and body weight reduction was 0,1 mg/kg of body weight a day. There
is no evidence of more significant accumulation of this mycotoxin in the body
and body fluid, and detoxification is done through deepoxidation, resulting in
partial conversion of this mycotoxin in deepoxy DON, and its excretion after
conjugation with glucuronic acid.

Deoxynivalenol inhibits DNA and RNA synthesis at a cell level, and pro-
tein synthesis at ribosomal level. The toxin has a haemolytic effect on erythro-
cytes. Higher doses of DON have adverse effect on heart, liver, spleen and
thymus.

An issue of great concern is a heat stability of DON, since it is a very
stable compound, both during storage and processing, and as such enters the
food chain (EFSA, 2004).

GENERAL PRINCIPLES OF HACCP CONCEPT (CAC, 1997)

Principle 1 Identify the potential hazards

In this stage, HACCP team identifies potential hazards associated with
food production at all stages, from primary production, processing, manufactu-
re, and distribution until the point of consumption. After that, the likelihood of
occurrence of each hazard needs to be assessed and necessary preventive acti-
ons and measures taken to prevent, eliminate or reduce the identified hazard to
acceptable levels.

Principle 2 Determine critical control points (CCP)

Critical control points (CCP) are points, steps, or operational procedures
in the cycle of production at which potential hazards may occur, and be elimi-
nated, or reduced to acceptable levels by preventive actions and measures.

Mycotoxins synthesize in the field, and their synthesis continues in bins,
and thereafter in storages of finished products. On such a long path, and under
various conditions, a number of CCPs can be identified. Some of them are:
type and manner of tillage, crop rotation, type of seed (hybrids), weather con-
ditions, presence of moulds and insects, harvest season, drying efficiency, mic-
roclimatic conditions in storage facilities.
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Principle 3 Establish the critical limits

A critical limit is a criterion that has to be fulfilled. It separates accep-
tability from unacceptability. All parameters for different CCPs need to be
measured for as short time as possible, to allow timely decisions and correcti-
ve actions. The critical limits must be supported by scientifically based data,
must be verifiable, measurable and applicable for all CCPs. Sources of infor-
mation for establishment of critical limits are: laws and regulations, internal
requirements, actual practices and experts’ recommendations.

Principle 4 Establish a monitoring system for each CCP

Monitoring is a scheduled measurement or observation of a CCP relative
within its critical limits.

Critical control points are monitored in order to:

— establish when critical limit is exceeded, and human health hazards
increased,

— identify the problem before it occurs,

— verify HACCP plan,

— assure and confirm the product quality.

Apart from control, operating limits are also established for the parame-
ters based on which the process is run. They are usually more conservative
than control limits, need not be part of HACCP documentation, and are used
as a buffer, to adjust the process and prevent critical limit from exceeding.

Principle 5 Establish corrective actions

Corrective action is any action to be taken when monitoring indicates that
critical control points in CCP depart from the critical limits. There are two
types of corrective actions: intervention (intermediate) and prevention.

Principle 6 Establish verification procedures

Verification procedures need to be established to verify whether the
HACCP system is working correctly, and whether the identified hazards are
within control limits. Verification activities include:

— HACCP system validation

— review of the CCP monitoring results,

— product testing/analysis,

— HACCP system internal audits.

DON level checks must be carried out in regular, prescribed intervals in
the field and in the final product to assess whether it is kept within acceptable
levels. When there is a deviation from the critical limit, it is considered as a
loss of control, and requires adequate actions to be taken. Critical limits may
be adjusted, or new control measure must be introduced.

Principle 7 Establish documentation and record keeping

Efficient and accurate record keeping is essential to the application of an
HACCEP system, to confirm that the system is working effectively. Records are
also used for tracking trends and identifying causes of deviations, for introduc-
tion of corrective and preventive actions and measures.
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CONCLUSION

Mycotoxins are inevitable food contaminants which enter the food chain
at one point or another. In the developed world, advances in food handling
and safety procedures have largely eliminated the consumption of food with
high levels of mycotoxins, and very few people suffer health problems from
dietary exposures to mycotoxins.

Cereals (or wheat) are on the top of the hypothetical warning list regar-
ding the mycotoxin contamination, particularly due to possible health effects
on children.

HACCP system is widely recognized as the most effective approach for
producing safe food. It is almost a universally accepted method of present and
future times. Knowledge and understanding of factors favourable for fungi
growth are of crucial importance for successful prevention, since they can re-
duce exposure of humans and animals to mycotoxins to minimum possible le-
vels. It is still not possible to eliminate completely mycotoxins from food pro-
ducts. Therefore, comprehensive efforts must be made to reduce health risks
attributable to mycotoxins to acceptable levels and respond to food safety issu-
es and concerns.

Advantages of HACCP system application are that it reduces foodborne
diseases, ensures safety of food, adheres to legislation, inspections and surveil-
lance requirements, enhances competitiveness, removes barriers in international
trade, and increases profit.

Implementation of HACCP system is not to be considered as the end of
the process. Current maintaining of HACCP plan is to provide real benefits.
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Pesume

IIpeBeHIIMja KOHTaMUHAIIMje XpaHe TOKCOTeHMM IUIECHMMaA je HajpalldoHaHuja
Y €KOHOMCKM HajolnpaBIaHMja METONa 3a clpevyaBare MOryhMX mocieauua Ie10Bakba
bUXOBUX MeTaboJIuTa Ha 31apaBbe JbyAu U KUBOTUHA. [deokcuHuBaieHon (JOH)
npunajaa rpynu (Qy3apujyMCKUX MMKOTOKCHHA, ollTehyje mojequHe yHyTpalllkhe opra-
He, JOK Yy MaJlUM KOJMYMHaMa Kpo3 OY)KU Iepuoi Aeayje MMYHOTOKCcUYHO. IToceGHo
je HarjalieHa M3JI0KEeHOCT Jielle OBOM TOKCHMHY IMPEeKo Xjeba, a MpeTnocrapba ce ja
KO HbUX JOBOIM JI0 CMaeHa TeJeCHE TeKMHE U CMarbeHe TeXKHUHE jeTpe. Y OBOM pa-
ny npukadaH je HACCP koHLIeNT y NpeBeHUMjU KOHTAMUHALIUje TIICHUIIE TeOKCUHU-
BajieHoJioM. [la OM ce MpHMMEHMO OBaj CUCTEM MoOpa C€ MPBO MACHTU(MUKOBATU OIla-
CHOCT UM MPOLEHUTU PU3MK, a 32 TO je HEOMXOJHA peajiHa CJIMKa 3a MoApyyje (PeruoH)
Yy KOjeM Ce JKeJie CIIPOBOAUTH Mepe IpeBeHuuje. [Ipema pesyararMa MCIUTUBaMba Koja
ce CrIpoBojie y JlabopaTopujy Halller JernapTMaHa Ha IIIeHUIM ca noapydja Bojomu-
He % KoHTamuHUpaHux y3opaka y 2004. u 2005. ronuHu uzHocuo je 41,6, a KoIuun-
He JIeOKCUHUBaJeHoa kpetayie cy ce on 57 no 1840 ug/kg.
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ZEARALENONE PRODUCTION DURING
MICRO-MALTING OF BARLEY

ABSTRACT: The zearalenone (ZEA) content was determined during a micro-malting
process (after steeping, germination, kilning and degermination, as well as in barley sam-
ples before micro-malting process) of two winter two-rowed barley samples, grown at Kra-
gujevac location. In all phases of micro-malting, isolation and determination of Fusarium
spp. were performed.

It was established that barley samples, before malting, were contaminated with zeara-
lenone (barley sample 1—9.7 ug/kg, barley sample 2—9.2 ug/kg).

The following Fusarium spp. were isolated: F. avenaceoum, F. culmorum, F. poae,
F. sporotrichioides, F. tricinctum and F. verticillioides.

In both barley samples zearalenone content increased during steeping (86.5 pg/kg and
37.4 ug/kg), decreased during germination (12.5 pg/kg and 26.8 pg/kg), and increased after
kilning (62.9 ug/kg and 71.2 pg/kg). In the finished malt, the zearalenone content in sample
1 was 35.7 ug/kg dry matter, and in sample 2 was 17.8 pg/kg dry matter.

KEY WORDS: Barley, Fusarium species, micromalting, zearalenone

INTRODUCTION

Zearalenone (F-2 toxin), 6-(10-hydroxy-6-oxo-trans-1-undecenyl)-B-resor-
cylic acid lactone, is a nonsteroidal mycotoxin with low acute toxicity, strong
estrogenic, and anabolic properties to humans and animals (European Commis-
sion, 2000; Hussein and Brasel, 2001; Logrieco et al, 2003;
Rhyn and Zo6ller, 2003; Yiannikouris et al, 2004). This is due to
its ability to couple with the estrogenic receptor, resulting in severe effects on
the reproductive system (Zo6llner et al., 2000).

As a secondary metabolite of Fusarium species, ZEA is the most frequent
cereal contaminant (wheat, barley and oats) (Z61llner et al., 2000; Yian-
nikouris etal, 2004; Galvano et al, 2005). Tolerance levels in grains
and grain products have been set in severeal countries with a concentration

27



range from 30 to 1000 pg/kg (Z61lner et al., 2000). The most common Fu-
sarium mycotoxins in European barley grains are zearalenone and deoxyniva-
lenol (Legzduna and Buerstmayr, 2004).

ZEA may be transmitted from contaminated grains into beer during the
brewing process (Scott, 1996). A study of Nigerian traditional corn beer
brewing showed a 51% carry over of ZEA from malt homogenate to a fi-
nished product. Resulting from that, ZEA was found at high incidence and
concentration in African beers, which is in distinct contrast to the surveys of
European, Canadian and Korean beers, where only one beer sample was deter-
mined to contain ZEA at a level of 100 ug/kg (Zollner et al., 2000).

The malting process is one of the critical points during beer production,
regarding the formation of factors that can affect human health, particularly as
malting conditions favour the development of many fungi, mostly Fusarium
species which can produce zearalenone, fumonisins, trichothecenes and monili-
formin. Fusarium species enter the malting process through barley grains,
water for steeping or malting vessels, and the growth of these during malting,
especially steeping and germination, is favoured by high water activity and
lower temperatures (Noots et al.,, 1998).

Fusarium species, during malting, besides production of ZEA and other
fusariotoxins may affect barley germination (Rabie et al., 1997), decrease
the grain size (Schwarz et al., 2001) (which decreases the yield and there-
fore results in significant economic losses (Schaafsnma, 2002)), lower
o-amylase activity (Kleemola et al., 2001), synthesize alkaline proteases
which hydrolyze barley proteins (Pekkarinen et al., 2003), and even af-
fect the subsequent fermentation process by having an adverse effect on the
yeast (Rabie et al., 1997), gushing of beer (Haikara, 1983; Schwarz
et al., 1996; Kleemola et al.,, 2001; Vanne and Haikara, 2001,
Sarlin, 2005) and the resultant beer by causing off-flavours and colours
(Vaag, 198)).

Due to all above mentioned, the objective of the present study was to in-
vestigate zearalenone production during micro-malting, and the occurrence of
Fusarium species in brewer’s barley samples during micro-malting.

MATERIALS AND METHODS

Brewer’s barley samples. Two varieties of two-rowed winter barley (sam-
ple 1 and 2), crop 2004, were collected in storage rooms at Kragujevac loca-
tion. A total of 3 kg of each variety were sampled. Micro-maltings of lkg
barley samples were performed with a micromalting unit “Seeger”, Germany.
A standard micro-malting process, described by Schuster et al. (1999),
was used as shown in Table 1. Chlorinated tap water (drinking quality) was
used during the micromalting process.
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Tab. 1. — Standard micromalting procedure

Process phase Day Durzlilnon, Description
1 6 Steeping in 1st water 14°C
18 Aeration 14°C; weighing
Steeping 2 4 Steeping in 2nd water 14°C
20 Aeration 14°C; weighing
3 2 Steeping in 3td water 14°C
2 Aeration 14°C; weighing; correction of moisture
content to 44.5% by spraying with water
4 24 Aeration 14°C; turning
Germination 5 24 Aeration 14°C; turning
6 24 Aeration 14°C; turning
7 28 Aeration 14°C; weighing; turning and transfer into
kilning compartment
Kilning ] 20 Kilning (12 h/40°C — 3 h/60°C — 5 h/82°C);

weighing; degermination, weighing

Zearalenone analysis. Zearalenone was determined in both barley sam-
ples before micromalting, after steeping, after germination (green malt), after
kilning, and after degermination (malt). The zearalenone extraction from the
barley samples was done according to the Vicam instruction sheet, by mixing
20 g of milled sample with 2 g of NaCl and 50 mL of the mixture of 90:10
acetonitrile-water in the high-speed glass blender for 2 minutes. The obtained
extract was filtrated through the filter paper, and then 10 mL of the filtrate
were mixed with 40 mL of washing buffer (PBS/0.1% Tween-20, VICAM).
The homogenized mixture was filtrated through the 1.0 ug microfibre filter.
The obtained filtrate (10 mL) was passed through Zearalenone Test Immu-
noaffinity column (1—2 drops/second). Ten microlitres of washing buffer and
10 mL of distilled water (1—2 drops/second) were passed through the column.
Zearalenone was deabsorbed out from the column with 1.0 mL of methanol
(HPLC purity) into a glass test tube at approximately 1 drop/second. Then, 1
mL of the Zearala Test developer (VICAM) was added to the tube and the
content was well homogenized. The test tube was placed into the graduated
fluorometer (VICAM series 4), in which the zearalenone concentration was
read in pg/kg (Vicam, 1997).

Isolation and identification of Fusarium spp. Samples for mycological
analyses were taken before the micromalting process, after the first, second
and third day of steeping, after the first day and at the end of germination,
after the kilning, and after malt degermination. The dilution plate technique
was used for isolating fungi from the samples and for determining their total
count per 1 g, or 1 mL.

Twenty grams of the sample were diloted in 180 mL of sodium chloride
solution and homogenized for 10 min in a homogenizer. Petri dishes (in tripli-
cate) were inocoluted with 1 mL of each dilution (10—'—10-°). Incubation
was carried out at 25°C for 5 and 7 days. Sabouraud maltose agar (SMA) with
chloramphenicol (1%) and oxytetracyclin (1%) was used as an isolation me-
dium.
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Subsequent to the incubation, the isolates, determined to belong to the ge-
nus Fusarium, were used for producing monosporous cultures on a potato
dextrose agar (PDA) and 2% carnation leaf agar (CLA), according to the pro-
cedure described by Nelson et al. (1983). In order to stimulate the forma-
tion of conidiogenic structures, cultivated media were incubated under the 12 h
UV light/dark cyclic regime. Monosporous cultures were incubated under sta-
ted conditions at the temperature of 25°C for 10 to 14 days.

Determination of the isolated pure fungal cultures was done according to
the taxonomic properties described by Nelson et al. (1983).

RESULTS AND DISCUSSION

The obtained results indicate that both barley samples were naturally con-
taminated with zearalenone (sample 1—9.7 ug/kg and sample 2—9.2 ug/kg).
Species of Fusarium genus and ZEA production varied during barley micro-
malting.

In barley sample 1 three species of genus Fusarium were identified du-
ring micromalting: F. poae, F. tricinctum and F. sporotrichioides (Fig. 1).

The most intensive growth had F. poae, during the second day of micro-
malting. An increase in the level of F. tricinctum was found during the third
day of micromalting. Fusarium sporotrichioides reached a maximum level du-
ring the fourth day of micromalting.
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Fig. 1. — Fusarium species development and changes in zearalenone content during

micromalting in barley sample 1

Four species of Fusarium genus were identified in barley sample 2: F.
poae, F. verticillioides, F. avenaceum and F. equiseti. Fusarium avenaceum
was identified only on the first day, and F. equiseti only on the second day of
micromalting (Fig. 2). Two dominant species, F. poae and F. verticillioides,
were also identified in water for steeping. Fusarium sporotrichioides was also
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identified in steeping water, but not during the micromalitng of barley sample
2. On the first day of micromalting, intensive growth of F. poae was observed.
Intensive growth of F. poae continued until the seventh day of micromalting.
Fusarium verticillioides was identified on the second day of steeping. Growth
of F. verticillioides decreased between the second and the third day of stee-
ping. After the third day of steeping, growth of F. verticillioides was very in-
tensive until the seventh day of micromalting. F. verticillioides became the
most dominant species on the fourth day of micromalting (first day of germi-
nation), until the kilning (Fig. 2).

This study shows that the growth of Fusarium spp. is most intense during
germination of barley in both samples. In contrast, Ackermann (1998)
noted that the growth of Fusarium spp. takes place particulary during steeping
of barley.
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Fig. 2. — Development of Fusarium species and zearalenone content during micromalting

in barley sample 2

During the micromalting, determined zearalenone contents varied from
9.7 to 86.5 pug/kg dry matter in barley sample 1, and from 9.2 to 71.2 ug/kg
dry matter in barley sample 2 (Figs. 1 and 2). The zearalenone content increa-
sed during steeping in both samples, which is in contrast with the results of
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Schwarz et al. (1995). Germination reduced the zearalenone content in
both barley samples. At the end of germination the zearalenone content in
sample 2 (26.8 ug/kg) was two times higher than that in sample 1 (12.5
ug/kg).

Decrease in zearalenone content can be attributed to reaction with barley
components, metabolism of barley enzymes, or influence of other barley mic-
ropopulation (Dupire, 2003; Schwarz et al., 1995).

Zearalenone content increased during kilning of both samples (62.9 ug/kg
dry matter in 1, and 71.2 pg/kg dry matter in 2) and was higher than in green
malt. Schwarz et al. (1995) obtained similar results during kilning. After
kilning, zearalenone content increased most probably because of unfavourable
conditions for fungal growth. Under unfavourable growth conditions Fusarium
species synthesize zearalenone (Smith and Moss, 1985).

After degermination, ZEN content decreased as it was party removed
with the germ. In the malt, zearalenone content was 35.7 pg/kg dry matter in
sample 1 and 17.8 pg/kg dry matter in sample 2.

The obtained results indicate that during micro-malting zearalenone con-
tent increased. Zearalenone content determined in finished malt was higher
than in barley. Beer produced from this malt can be potentially harmful for
human health.
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CAIP/KAJ 3EAPAJIEHOHA TOKOM MUKPOCJIALDOBAFA JEUMA
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Texnonomku dakynarer, YHuepsurer y Hoom Cany,
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Pesnme

3eapaneHoH (cuH. T-2 TOKCHMH) je HECTEPOMIHU MUKOTOKCUMH, Ca HMCKOM aKyT-
HOM TOKCUYHOUINY M U3PaKEHUM €CTPOreHUMM U aHAOOJUUYKUM edeKTUMa Ha Jbyle U
uBoTUbe. Kao cekyHmapHu Metabonut Fusarium BpcTa Hajuelrhu je MpUpOAHU KOH-
TaMUHEHT »uTapuia (KyKypys, MiieHuIia, jeuam, osac). [Ipoliec ciiamoBama, KOjUM ce
IpOM3BOAU CJald, KOjU je OCHOBHA CHMPOBMHA 3a IIPOM3BOJIbY ITMBA, IOTOAYje pa3Bojy
Fusarium BpcTa, na je ctora unjb paga oMo 1a ce OApear CaApiKaj 3eapajeHOHA U yye-
cTaocT Fusarium BpcTa TOKOM MUKPOCJAIOBarba jeuma.

3a ucnuTUBame cy ofabpaHa JIBa y30pKa O3MMOT JIBOPEIOT jeuma, ca JIOKaJIUTeTa
KparyjeBau. OnpehuBame canpikaja 3eapajeHOHA BPIICHO je y jedMy HEIMOCPEIHO Tpe
MoYyeTKa MUKPOC/aJ0Bathba, HAKOH MOUeHa (HAMOUYEHHU jeyaMm), HaKOH Kjujarba (3esie-
HU Cjlal), HAaKOH Cyllera (CyBM CJlajJ) M HAKOH OTKJMWIAaBama (ciam). M3osoBame u
uneHtTudukauvja Fusarium BpcTa cy Takohe BpllleHa y HaBeneHMM (azaMa MUKPO-
canoBama.

Y y3opuuma jeuma mpe moyeTka MUKPOCJIAJOBakba Calpikaj 3eapajieHoHa je Ouo
9,7 ug/kg u 9,2 ug/kg. Cunresa 3eapajieHOHa U cacTaB Fusarium BpCTa Cy Bapupaiu
TOKOM MMKPOCJIaJloBarha jedMa. ¥ 3aBUCHOCTU Of (a3e MUKpOCIagoBama M30J0BAHO
je ¥ uaeHTUhUKOBAHO PA3IMUUTO MPUCYCTBO F. avenaceum, F. culmorum, F. sporotri-
chioides, F. tricinctum, F. verticilioides v F. poae. 1 y jenHOM U y ApyromM Y30pKy U3-
MepeH je moBehaH cazmpikaj 3eapasieHOHa HakoH Mouema (86,5 pg/kg u 37,4 pg/kg),
CMameHbe HakoH Kiujama (12,5 ug/kg m 26,8 ug/kg), mosehamwe HakoH cyuiewa (62,9
pg/kg u 71,2 pg/kg) m cmamere HakoH oTkaulaBamwa (35,7 ugkg u 17,8 ug/kg).
ITpomeHe caapikaja 3eapajieHOHa TOKOM MMKDPOCJIaIoBama jeuMa MOXKe ce MPUMMcATh
MeTaboM3My €H3uMMa jeuma, peaklMju MUKOTOKCMHA ca cacTojliuMa 3pHa Kao W Ofi-
CTpambMBabeM JieJla MUKOTOKCHMHA Ca CJIAJHOM KJIWIIOM.

JlobujeHun pesyaTaTty Mokasyjy Aa ce MOCTYNKOM MUKPOCJaJoBakba Caipikaj 3ea-
pajleHoHa IoBehao y OJHOCY Ha IIOYETHU Y30paK jeuma, TaKo Ja MUBO MOOMjeHO Of
OBAaKBOI' CjIafia MOXe MPEeACTaB/baTh MOTEHUMjAIHU PU3UK TIO 3IPaBJbE JbYIU.
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OPTIMIZATION OF LABORATORY CONDITIONS
FOR BYOSINTHESIS OF TYPE A TRICHOTHECENES

ABSTRACT: Type A trichothecenes, T-2 toxin and diacetoxyscirpenol — DAS, be-
long to one of the most toxic groups of fusariotoxins. Although larger quantities of them
can be found more often in cooler parts of Europe, regarding their methabolic characteri-
stics and the types of illnesses they provoke, it is obvious that even smaller quantities of
these toxins can cause serious health disturbances of humans and animals in climatic condi-
tions of Serbia.

Having in mind the importance of these substances, the aim of this study was to
carry out the optimization of laboratory conditions under which screening of Fusarium spp.
isolates from Serbia, regarding T-2 toxin and DAS production, should be done.

Four cultures of Fusarium sporotrichioides, originating from different regions throug-
hout the world, were under present investigation: ITM-391 (Italy), KF-38/1 (Poland), M-1-1
(Japan) and R-2301 (Germany). According to the previous literature data, all of these isola-
tes were T-2 toxin producers, and some of them were also DAS producers. The influence of
medium composition (different C and N atoms sources, microelements etc.), as well as ae-
ration (in liquid media), on byosinthesis process of these mycotoxins, in vitro conditions
was investigated. In the case of most Fusarium sporotrichioides isolates, highest yields of
T-2 toxin and DAS were achieved under the conditions of more intense aeration, and with
the use of glucose (5 or 20%) as a C atom source. Fermentation in semi-synthetic liquid
medium, using a rotary sheaker, was more suitable for screening the toxicity of the fungal
isolates in pure culture because of: shorter period of incubation, more simpler sample prepa-
ration, obtaining less interfering materials in crude toxin extracts, and possibility for more
precise definition of factors influencing the yield of trichothecenes.

KEY WORDS: biosynthesis, DAS, Fusarium sporotrichioides, T-2 toxin
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INTRODUCTION

Representatives of fungal genus Fusarium are primarily plant pathogens,
and occur mostly in association with plants and cultivated soils. Unlike most
Aspergillus and Penicillium species, fusaria grow on crops before harvest, and
only at high water activity (aw) levels in the substrate. Therefore, their toxic
metabolites are produced before, or immediately after the harvest. Kimura
et al. (2001) demonstrated that there is a causal role of fusaria mycotoxins in
plant disease development. In case of some host-pathogen interactions, it was
proved, by the use of contemporary molecular genetic techniques, that fusario-
toxins are highly associated with disease initiation or enhanced virulence.

Several Fusarium species present on cereals worldwide, causing “head
blight” (scrab) of small grain cereals, or “ear rot” of corn, are capable to accu-
mulate, in infested kernels, few mycotoxins, some of which have the relevant
impact on human and animal health. One of the main groups of Fusarium
toxins are trichothecenes, with T-2 toxin, HT-2 toxin, neosolaniol, fusarenon-X
etc. (Marasas et al.,, 1984). The primary mechanism of action of these
strongly toxic sesquiterpenes, with tricyclic nucleus and an epoxide at C-12
and C-13, is the inhibition of protein synthesis at the level of a ribosome.
60S-ribosomal protein L3 is the major site of this inhibitory activity (Des -
jardins, 2003). The main simptoms of illnesses caused by these compounds,
are vomiting, inflammation, diarrhoea, cellular damage of the bone marrow,
thymus, spleen and mucous membrane of the intestines, and depression of cir-
culating white blood cells (Marasas et al., 1984).

The presence of type A trichothecenes (T-2 toxin and diacetoxyscirpenole
— DAS) in central and northeastern Europe is conecteded with Fusarium spe-
cies F. poae and F. sporotrichioides (Bottalico, 1998). In mid-70s of the
last decade proved that these fungi and their trichotecenes were associated
with the death of at least 100,000 Russian people in the period 1942—1948.
This exceptionally unpleasant disease, now called Alimentary Toxic Aleukia
(ATA), is characterized by fever, haemorraghic rash, necrotic angina, extreme
leucopenia, agranulocytosis, sepsis and exhaustion of bone marrow (Joffe,
1978). These symptoms resemble more closely those of radiation sickness,
than bacterial or fungal toxicoses.

Besides T-2 toxin, F. sporotrichioides can biosynthesize other mycotoxins
too, of which the most important are DAS, butenolide, fusarenon-X, neosola-
niol and nivalenol primarily (M arasas et al., 1984). Although DAS is less
toxic than T-2 toxin, in general it shows similar effects on animals and hu-
mans. Fortunately, F. sporotrichioides is not so commonly occurring species.
It can be found mainly in temperate regions with cereals as main crops, although
it has been also isolated from peanuts and soybean (Pitt and Hocking,
1985).

The production of trichothecenes proceeds from farnesyl pyrophosphate
via hydrocarbon trichodiene. A sequence of oxygenations, isomerisations, cy-
clizations, and esterifications leads from trichodiene to more complex tricho-
thecenes such as T-2 toxin, DON and NIV. Until now, eleven genes (TRI3 —
TRI13) coding trichothecene biosynthesis have been located, and their function
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has been established by the target gene disruption in F. graminearum and F.
sporotrichioides (Desjardins, 2003).

Yu (2001) tried to give the answer on the following questions: how
biosynthesis of various mycotoxins is controlled, and whether there are global
controlling mechanisms for both sporulation and mycotoxin production. Inve-
stigations of this author revealed the existence of correlation with the pivotal
role of signal transduction in cellular regulatory, communicatory, and responsi-
ve process, that led him to the hypothesis that heterometric G-protein signal-
ling components and RGS proteins are upstream determinants in controlling
processes of growth and development of F. sporotrichioides. From three Fusa-
rium species (F. graminearum, F. sporotrichioides and F. verticillioides) im-
portant RGS protein was identified, as well as EST sequences that identify 9
out of 15 target signaling components in F. sporotrichioides.

Having in mind the importance of type A trichothecenes and toxin-produ-
cing Fusarium species, the aim of this study was to carry out the optimization
of laboratory conditions for toxin biosynthesis of type A trichochecenes (T-2
toxin and DAS) in pure culture, in order to obtain faster and simpler procedure
for screening of toxigenic potential of Fusarium spp. isolates.

MATERIAL AND METHODS

Microorganisms. F. sporotrichioides isolates, known as T-2 toxin produ-
cers, and some of them as DAS producers too, were under present investiga-
tion: 1) ITM-391, leg. dr A. Bottalico, Consiglio Nazionale delle Richerce, Is-
tituto Tossine e Micotossine da Parassiti Vegetali, Bari, Italy; 2) KF-38/1 from
barley, leg. dr Y. Chelkowski, Department of Plant Pathology, The Agricultu-
ral Faculty, Warsaw, Poland; 3) M-1-1 from soybeans, leg. dr Y. Ueno,
Faculty of Pharmaceutical Sciences, Tokyo, Japan and 4) R-2301, leg. dr D.
Latus, Germany (Boc¢arov-Stanc¢i¢ and Muntafiola-Cvetkovig,
1988; Nagayama et al, 1988; Masic¢ et al.,, 1997). Stock cultures of
the fungi were maintained on potato-dextrose agar at 4—6°C.

Inoculation of fermentation media was performed with 5 pieces (5 x 5
mm) of fungal material originated from Petri dish, sowed with tested culture,
and subcultivated for 7 days on potato-dextrose agar (PDA) at 27°C.

Cultivation conditions. 1) Inoculated Erlenmayer flasks (500 ml), contai-
ning 100 or 250 ml of different semisynthetic liquid media, were cultivated on
rotary sheaker (150 or 180 rpm) at room temperature (21—26°C); 2) inocula-
ted Roux bottles, containing 50 g of wet sterilized corn kernels (initial moistu-
re 58.4%), were cultivated at 30°C for 4 weaks. All cultivations were perfor-
med in duplicate.

Liquid fermentation media: 1) GPY (5% of glucose + 0.1% of peptone
+ 0.1% of yeast extract) pH 5,8; 2) GPY?" (5% of glucose + 0.1% of peptone
+ 0.1% of yeast extract + 0.0009% of ZnSO, x 7 H,0) pH 5,9; 3) SPY (5% of
saccharose + 0.1% of peptone + 0.1% of yeast extract) pH 6,5 and 4) GPYM
(20% of glucose + 0.4% of peptone + 0.1% of yeast extract + 0.05% of
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K,HPO, x 3H,0 + 0.025% of MgSO, x 7 H,0 + 0.025% of KCIl + 0.0009%
of ZnSO, x 7 H,0) pH 5,8.

Analysis of fusariotoxins: 1) After cultivation on rotary sheaker, liquid
cultures were filtered. Crude extracts of type A trichothecenes (DAS i T-2
toxin) were obtained by the use of ethyl acetate. Further purification was done
by the method of Romer et al. (1978), while thin layer chromatography
was performed according to Pepeljnjak and Babicé¢ (1991). 2) The
samples obtained after cultivation on corn grain, were dried during 24 h or
more, at 60°C, until constant weight was obtained. After pulverization of dried
samples, type A trichothecenes were extracted and purified from them, by the
method of Romer et al. (1978). Thin layer chromatography was done in the
same way as previously.

RESULTS AND DISCUSSION

During present investigations in liquid semi synthetic media, the influen-
ce of aeration, C atom source and concentration, as well as mineral supple-
ments on F. sporotrichioides toxigenicity in vitro conditions was investigated
(Table 1). In the case of temperature conditions, cultivation of fusaria was not
performed when temperature stress conditions, according to Joffe (1983),
but at relatively constant room temperature (21—26°C), having in mind the
observation of Richardson et al. (1985), and the one of Rabie et al.
(1986), what in warmer parts of the world, such as North Carolina or South
Africa, toxigenic strains of Fusarium spp., associated with fusatiotoxicoses of
domestic animals, can be found.

Toxigenic potential of F. sporotrichioides isolates. Having in mind the
results of our previous investigations (Boc¢arov-Stanc¢ié et al., 1986;
Muntafiola-Cvetkovic¢ et al, 1991), which proved that F. sporotri-
chioides cultures originated from Serbian cereals had toxigenic potential, this
species was chosen for optimisation of laboratory conditions for type A tricho-
thecene production.

All tested F. sporotrichioides cultures biosynthesized T-2 toxin indepen-
dently of cultivation conditions, although the best results were achieved in
liquid glucose media (GPYM and GPY). The best producer of this type A tri-
chothecene was ITM-391 isolate, in which yields ranging from 0.16—120.0
mg/l were recorded (Table 1). Lower concentrations of T-2 toxin obtained in
the present investigation from strain: KF-38/1, M-1-1 and R-2301, than those
obtained in the investigation of Mas§ic¢ et al. (1997), can be explained by
the fact that under laboratory conditions, important deteriation of toxigenic po-
tential can be observed regardless of their preservation conditions (Bo¢a-
rov-Stancic et al., 1989). Although in some cases, as proved by Joffe
and Yagen (1977), isolates can even after 30 years of cultivation on artifi-
cial media, retain the original high biosynthetic capacity, if isolations of strains
were done in other ecological conditions.

DAS was recorded in 75% of tested isolates, but exclusively in higher ae-
ration conditions (180 rpm) in liquid media with GPYM and/or GPY. The best
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producer of this fusariotoxin was the isolate from Polish barley KF-38/1,
which biosynthesized from 1.6—12.0 mg/l. During the cultivation of the same
culture on moist, sterile natural substrate (Table 1), not only that duration of
the cultivation was much longer (28 days in comparison to 3 days for submer-
ged cultivation), but also purification procedure was more complicated, be-
cause of the presence of more interfering substances. Besides that, much lower
yields of T-2 toxin and DAS were obtained (Table 1). Although other authors,
such as Pereira and Kemmelmeier (2000), use similar cultivation
conditions for investigation of toxigenicity of fusaria (natural substrate, 21
days at 25°C), better results can be achieved in liquid media because of more
precise definition of the factors influencing trichothecene production, and ob-
taining cleaner extracts, in which simpler purification is necessary, so that loss
of toxin is less outstanding. The results of the present investigation confirm
our previous conclusions (Bo¢arov-Stanc¢i¢ and Muntafiola-Cvet-
kovid, 1988).

The obtained results point out the weak toxigenic potential for DAS pro-
duction, but not inadequate cultivation conditions in liquid semi-synthetic me-
dia, because high yields of the same fusariotoxin (64.0 mg/l) can be achieved
by other fusaria, such as F. semitectum under the similar cultivation conditions
(Bocarov-Stancié et al., 2005).

Aeration. During submerged cultivation on rotary sheaker with higher
aeration (180 rpm), the highest yields of type A trichothecenes were achieved
in GPY enriched with mineral supplements (GPYM), and with smaller volume
of liquid medium in cultivation flasks (100/500 ml). According to data presen-
ted in Table 1. yields of T-2 toxin ranged from 12.0 to 120.0 mg/l, and DAS
from quantities below detection limits up to 12.0 mg/l, respectively. Under the
same conditions, a little bit weaker, but rather high yields were of type A tri-
chothecenes, obtained in GPY (250/500 ml): T-2 toxin from 8.0 to 120.0 mg/l,
and DAS from quantities below detection limits up to 8.0 mg/l. Although the
same concentration of microelement Zn was present in GPYM and GPY?",
poorer results were obtained: T-2 toxin from 0.08—0.16 mg/l (values near de-
tection limits of applied TLC method), while DAS was not detected under the
same conditions (Table 1).

In the case of submerged cultivation with lower aeration (150 rpm), the
best results were achieved in GPY medium (250/500 ml). Although DAS was
not detected in this case, the yields of T-2 toxin ranged from 8.0 to 64.0 mg/I.
Data shown in Table 1 point out that higher aeration had positive effect on
type A trichothecene biosynthesis, although the influence of media composi-
tion could not be neglected.

C atom source. The best results were achieved in GPYM medium (T-2
toxin from 12.0—120.0 mg/l, and DAS max. 12.0 mg/l, respectively). In the
case of the same media composition, except that different sugars were used as
C atom sources, the obtained results are presented in Table 1. GPY medium
resulted in higher yields of T-2, in 75% of tested samples, and DAS in 100%
of the samples during cultivation under higher aeration conditions (180 rpm).
In the case of SPY medium, concentration of DAS was below detection limit,
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while in the case of T-2 toxin, 50% of samples, tested under conditions of
lower aeration (150 rpm), yielded higher quantities of the same mycotoxin
(0.32—64.0 mg/l).

Results presented in Table 1 show that in the case of same applied con-
centration of C atom source, glucose had more positive effect on type A tri-
chothecene biosynthesis than succrose, although other authors (Ueno et al.,
1975) did not observe the essential influence of sugar type on T-2 toxin and
fusarenon-X production.

N atom source and mineral supplements. On the basis of literature data
it can be hardly concluded how large is the influence of N atom source, as
well as mineral and vitamin supplements on Fusarium fermentation process
under laboratory conditions. According to Cullen et al. (1982) highest
yields of T-2 toxin can be achieved during cultivation in Vogels’ mineral me-
dium with 5% of glucose after 12— 14 days at 15°C. Contrary to this finding,
Muntafiola-Cvetkovic¢ et al. (1991) did not observe the positive in-
fluence of microelements and vitamin supplements on T-2 toxin yield, accor-
ding to Vogel (1956). We had similar doubts about the influence of these
paramethers while analyzing present results (Table 1). In the case of addition
of Zn (0.00009%) to basic GPY medium, in order to accelerate the sporula-
tion, as well as DAS and T-2 toxin biosynthesis, the outstanding decrease of
toxin yields was observed. Contrary to that observation, in GPYM medium
(same Zn concentration, but higher content of peptone — 0.04%, and sugar —
20.0%, as well as presence of different mineral supplements) the best toxigenic
results were obtained (Table 1).

CONCLUSIONS

All tested cultures of F. sporotrichoides were better T-2 toxin producers
(max. 120.0 mg/l) than DAS producers (max. 12.0 mg/l).

Highest yields of both type A trichothecenes were obtained under higher
aeration conditions (180 rpm), as well as during the fermentation of smaller
media volume in cultivation flask (100/500 ml in comparison to 250/500 ml).

Glucose, in quantities ranging from 20% (GPYM) under 5% (GPY) in gi-
ven cultivation conditions i.e. independently of applied aeration, influenced
more favorably T-2 toxin, and DAS production than succrose did.

The addition of microelement Zn in standard glucose medium (GPY),
with the aim to obtain better sporulation and biosynthesis of fusariotoxins, did
not give the expected results. In the last case, very low quantities of T-2 toxin
were detected, near the detection limits of applied TLC method.

It was demonstrated that submerged cultivation in nutrient media with
glucose can be the most suitable, cheapest and most rapid method for large
scale screening of Fusarium isolates regarding the trichothecene production.
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Pesnme

Tpuxoreuenu rpyne A, T-2 TokcuH u auauerokcucuupneron — JIAC, npencra-
BJbajy jeJIHY OJ HAjTOKCUMYHMjUX Tpyra ¢y3apuoTokcuHa. OHM ce y BehrM KOHLIEHTpa-
nujama yenrhe mory Hahm y xnagHujuM permonuMma EBpome, anau, y CKIagy ca HUXO-
BUM KapaKTepHUCTMKaMa M BpcTama ob0ojbeHa KOja M3a3MBajy, jaCHO je Ja U HUXOBE
Marbe KOJMYMHE MOTY JIOBECTH 0 O30MJbHMX 3IpaBCTBeHUX TMopeMehaja Kom Jbynu U
JKUBOTUIbA Y KIMMATCKUM ycioBuMa Cpouje.

C 003upoM Ha 3HA4yaj OBUX jeINIbeiba, IIMJb OBOT UCTPaKMBaibha je OMO Ja ce M3-
BpILIM ONTUMM3ALIMja JIAOOPATOPUJCKUX YCJIOBa y KojuMa OM ce MCIUTHUBAIA CIOCo0-
HocT 3a OuocuHTedy T-2 tokcuHa m JIAC-a kon Fusarium uzonata uz Cpouje.

HctpaxuBameM cy oune odyxsaheHe 4 kyarype F. sporotrichioides opekiioMm U3
pazmmunTux 3emMasba cBeta: UTM-391 (Mranuja), KP-38/1 (IMomwcka), M-1-1 (Jaman)
u P-2301 (Hemauka), 3a Koje je NMPeTXOAHO OMUCAHO y JIUTEpPaTypu a Cy MPOAYLEHTH
T-2 Tokcuna, a Heke u JJAC-a. Mcnutan je yTuuaj cacraBa rnojiore (pasinuyuTi W3-
BOpPM aToMma YIJb€HHWKA M a30Ta, MUKPOEJEMEHTH W CJ.) Kao M aepauuje (y ciaydajy
TEYHMX TOJIOora) Ha Mpollec OMOCUHTE3e OBUX MUKOTOKCHUHA in vitro ycioBuma. Kon
BehuHe m3onara Hajsehu npuHocu T-2 TokcuHa u JIAC-a cy noOujeHM y yclioBUMa
Behe aepanuje u rpu yrnoTpedbu miykose (5 miam 20%) kao M3BOpa YIibeHUKOBOT aTOMa.
depMmeHTalMja Yy TEYHO] MOMJIO3U Ce TMOKazaja Kao MOroJHMja METOAA 3a TeCTHUpae
TOKCUT€HOCTU TJbUBUYHUX M30JaTa O MPUPOAHOT CTEPUIIHOI CyrcTpaTa, 300r kpaher
nepuoja KyJaTUBaluje, 1o0ujarba CUPOBUX €KCTpaKaTa TOKCMHA ca Mame nparehux ma-
Tepuja, kKao u MoryhHOCTM mpelu3Hujer nepruHucama (hakTopa Koju yTudy Ha MPUHOC
TpUXOTelleHa.
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BASIC MECHANISMS OF THE CELLULAR

ALTERATIONS IN T-2 TOXIN POISONING: INFLUENCE

ON THE CHOICE AND RESULT OF THE THERAPY

ABSTRACT: T-2 mycotoxin, secondary metabolite of Fusarium fungi, is one of the
most potent cytotoxic representatives of trichothecene mycotoxin type A. After ingestion,
T-2 toxin affects actively dividing cells and irreversible post-mitotic cells. In our experi-
ments, the best protective effects were produced by dexametasone (PI = 3.37) and different
methylprednisolone formulations (PI = 2.43—2.64). Significant protective efficacy was
shown by nimesulide (PI = 1.44) and N-acethyilcistein (PI = 1.29), but their values were
higher in a combination with methylprednisolone (PI = 2.16—2.34). Radioprotector amifo-
stine (WR-2721) expressed good protective effects (PI = 1.26) or/and different absorbent
formulations, such as: activated charcoal (PI = 1.13) and variuos Min-a-zel® powder com-
pounds, which are a well known zeolite clinoptilolite absorbents. Among the five zeolite re-
gimens investigated, only Min-a-zel Plus® showed a significant protective effect (PT = 1.77).
In summary, the steroidal anti-inflammatory drugs could be recommended as a regimen of
choice for treatment of acute T-2 toxicosis, while nonsteroidal anti-inflammatory com-
pounds, different absorbent formulations and their combinations with antioxidants or radio-
protectors, could be important for the treatment of subacute and chronic T-2 toxin poiso-
nings.

KEY WORDS: T-2 toxin, citotoxicity, inflamation, therapy

INTRODUCTION

T-2 toxin, as one of the most potent cytotoxic trichothecene mycotoxin

type A, produces sometimes fatal toxic reactions in humans and animals
(Pang et al, 1988; Anonymous, 2003; Josephs, 2004).
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Acute high dose of T-2 toxin has a potentially inhibitory effect on the
membrane structure, which consequently stimulates lipid peroxidation. T-2 to-
xin affects actively dividing cells and irreversible post-mitotic cells (Grizzle
et al., 2004; Pestka 2004), interacts with a number of targets, including the
ribosome and the mitochondria (Speijers and Speijers, 2004), and in-
hibits protein synthesis (U e n o, 1984) in all eukaryotic cells (Larsen et al.,
2004). Pro-inflamatory actions of the T-2 toxin are probably the most impor-
tant mechanisms of its acute toxicity, especially in permanent cells (Bondy
and Pestka, 2000). They showed that trichothecene-mediated elevations in
cytokines, chemokines, and other immune related proteins are preceded by
up-regulation of mRNAs for these genes. The underlying mechanism for such
effects is induction of COX-2 (Islam et al.,, 2002; Pestka et al.,, 2004).
Also, in the heart tissue, T-2 toxin activates a large number of mast cells (J a -
¢evic et al, 2001b; Jacevid, 2005; Jacevic et al., 2006), synthesis
and degranulation of numerous mediators which play an important role in the
pathogenesis of T-2 mycotoxicosis (Bondy and Pestka, 2000).

The aim of this study was to investigate the protective effects of different
antidotes and their combinations on 24 hour survival and pathohistological
changes in the gut and heart of the rats acutely poisoned with 1.0 LDy, T-2
toxin (T2).

MATERIAL AND METHODS

The experiment was performed on adult Wistar rats, weighing 180—220
g (Animal House, Military Medical Academy, Belgrade, Serbia). The animals
were housed in plastic cages, under standard laboratory conditions (21°C,
12/24 hour light/dark cycle, commercial food and tap water ad libitum), before
being randomized into experimental groups. One day before the experiment,
animals were fasting. During the subsequent experiment, they were fed with
standard laboratory food ad libitum. They were allowed access to fresh tap
water ad libitum.

In order to obtain the optimal doses of dexamethasone (DM), methylpred-
nisolone (Lemod-solu®, LS; Lemod-depo®, LD; and their combination, LS + LD),
nimesulide (NM), N-acetylcysteine (Fluimucil®; NAC), Amifostine (WR-2721,
AMI), Activated charcoal (AC) and different Min-a-zel® formulations (M, MP,
MD, M32 and M+), a range of their doses was previously tested (Jovano -
vié, 1992; Jacdevidé et al, 200la; Jacdevic et al., 2002; Jacdevidé et
al., 2003; Jacdevié et al., 2006) (Table 1).
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Tab. 1 — Effects of various methylprednisolone regimens on 24-hour survival in rats poisoned
with T-2 toxin

. T-2 toxin LD 95% Protective
Regimens (mg/kg sc) » confidence limits f(LDso) index (PI)
DM 1.65 1.35—1.80 1.67 3.37
LS 0.44 0.35—0.55 1.25 243
LD 0.48 0.36—0.63 1.32 2.64
LS + LD 0.45 0.30—0.45 1.48 2.48
NM 1.53 1.39—1.69 1.10 1.44
NAC 1.22 1.19—1.27 1.19 1.29
LS + NM 1.55 0.47—0.30 1.15 2.34
LS + NAC 0.76 0.51—1.12 1.48 2.16
NM + NAC 1.24 1.57—2.22 1.15 1.22
AMI 1.95 1.56—2.42 1.25 1.26
AC 1.31 0.95—1.74 1.27 1.13
M 1.31 1.05—1.33 1.37 1.17
MP 1.21 0.95—1.53 1.27 1.33
MD 0.95 0.75—1.19 1.26 1.04
M32 0.67 0.49—0.93 1.38 0.74
M+ 1.61 1.42—1.81 1.13 1.77

The rats were randomly allocated to 18 groups, each of them consisting
of 10 animals. Their treatments were:

(1) The control group, (2) T2, (3) T2 + DM, (4) T2 + LS, (5) T-2 + LD,
(6) T-2+ LS + LD, (7) T2 + NM, (8) T2 + NAC, (9) T2 + LS + NM, (10) T2
+ LS + NAC, (11) T2 + NM + NAC, (12) T2 + AMI, (13) T2 + AC, (14) T2
+ M, (15) T2 + MP, (16) T2 + MD, (17) T2 + M32 and (18) T2 + M+.

Following the registration, 24 hour survival and pathohistological changes
were monitored after 28 days. General health condition of the animals was
monitored daily, throughout the whole experimental period (four weeks).

Study protocol was based on the Guidelines for Animal Study no. 282-
-12/2002 (Ethics Committee of the Military Medical Academy, Belgrade, Ser-
bia).

T-2 toxin (T2) used in these experiments was produced under the labo-
ratory conditions from Fusarium sporotrichoides fungi, cultivated on synthetic
GPY medium (glucose 5%, peptone 0.1%, yeast extract 0.1%, pH 5.4). Extrac-
tion and crude purification of the toxin were performed by filtration, while de-
finite purification and determination of T-2 toxin content were performed by
gas chromatography with electron capture detection (GC-ECD) (Romer, 1987).
T-2 toxin was preliminarily tested an animals in order to obtain its LD, value
(Litchfield and Wilcoxon, 1949; Jacdevidé et al, 2001a). It was
thereafter used in the current experiment as a single dose of 0.23 mg/kg sc (1
LDy).

Dexamethasone was used in a single dose of 20 mg/kg sc. Commercially
available formulation of methylprednisolone, Lemod-solu® or/and Lemod-de-
po®, was used in a single dose of 40 mg/kg sc. A dose of 30 mg/kg of nime-
sulide was dissolved in 1 ml of 0.9% NaCl before im application. Fluimucil®
contains 200 mg of N-acetylcysteine in 1 ml. It was a single injected im dose
in these experiments. Activated charcoal in a dose of 1 g/kg was dissolved in
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1 ml of 0.9% NaCl before po application. Amifostine (WR-2721) was synthe-
sized of the Chemical Department of Military Technical Institute, Belgrade.
Amifostine, in a dose of 50 mg/kg, was also dissolved in 1 ml of 0.9% NaCl
immediately before im use. Five different commercially available formulations
of Min-a-zel® absorbents were used in these experiments. These absorbents
were dissolved in 1 ml of 0.9% NaCl before po administration.

Animals were sacrificed, after 28 ended treatment days. The gut and heart
were excised and their samples were fixed in 10% neutral formalin for 5 days.
Transmural tissue samples were dehydrated in graded alcohol, xylol and em-
bedded in paraffin blocks. Finally, 2-um of thick paraffin sections were stai-
ned by haematoxylin and eosin (H & E) method and analyzed (Olympus-2
microscope).

RESULTS AND DISSCUSION

Registration of 24 hour survival rates revealed that all the regimens
significantly antagonized the lethal effects of T-2 toxin. Based on the results
shown in Table 1, it could be seen that the highest protective index was obtai-
ned with DM and LD, respectively.

During the 4 week period, in the gastrointestinal tract, T-2 toxin caused
diffuse epithelium deficit, erosions, ulcerations, hyperemia, transmural edema,
atrophy of intestinal villi, cystic deformation of the stomach, and small intesti-
ne glands with diffuse accumulation of polymorphonuclear cells (Figure 1).

Myocardial alterations detected in the poisoned animals ranged from de-
generation to diffuse necrosis of all the myocardiocytes and included massive
vascular changes, too. Such areas were most prominent in the inner part of the

Fig. 1. — The small intestine of rats treated
by T-2 toxin, 28 day (HE, 20x)
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myocardium, and in all layers of endocardium. The most striking finding was
the presence of haemorrhagic foci in the interstitium that separates the bundles
and fibres of myocardium. This haemorrhage appeared uniformly in each of
the examined sections, and was located in the middle of myocardial or suben-
docardial areas (Figure 2).

Fig. 2. — Miocardium of rats treated by T-2 toxin,
28 day (HE, 20x)

The histological changes observed from the gut section of these animals
varied from intracellular edema to focal necrosis of the epithelial cells and
mild hemorrhagic infiltration. These areas were present in the focal part of the
tunica mucosa and some layers of the tunica submucosa. Dissolution and
granularity of cytoplasm were observed in 50 percent of the stomach and small
intestine. The presence of polymorphonuclear cell infiltration, diffuse hypere-
mia and hemorrhagic foci were more prominent in the poisoned group treated
with LD, LS + LD, NM, NAC, AMI, AC, MD and M32. In the group of poi-
soned animals protected with LS, LS + NM or NAC, AMI + AC and M+, de-
scribed histological changes were the smallest. After the 4 week period, the
guts of rats treated with combination of LS and NM, or AMI + AC, and
especially LS and M+ alone (Figure 3) had histological structure similar to the
those of the control group.

The quality of pathohistological changes in this experimental group was
similar to that observed in the poisoned rats, protected with solu form of
methylprednisolone. However, the intensity of degeneration and vascular infil-
tration was stronger in NM, NAC, AMI, AC, MD and M32 groups. The pre-
sence of mononuclear cell infiltration, diffuse hyperaemia and haemorrhagic
foci was more prominent in the inner part of the myocardium and all layers of
endocardium. Single injection of LS in poisoned rats showed significant cardi-
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Fig. 3. — The small intestine of rats treated by T-2 toxin
and M+, 28 day (HE, 20x)

oprotective efficiacy, in comparison with animals that received T-2 toxin only
(Figure 4). During the whole experimental period, these values remained sig-
nificantly higher than those in the control animals. Cardioprotective efficiacy
was registered in the other protected groups, but the values obtained were
significantly less than in the control group and LS.

Fig. 4. — Myocardium of rats treated by T-2 toxin
and LS, 28 day (HE, 20x)
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CONCLUSION

In summary, the steroidal anti-inflammatory drugs could be recommended
as a regimen of choice for treatment of acute T-2 toxicosis, while the nonste-
roidal anti-inflammatory compounds, different absorbent formulations and their
combinations with anti-oxidants or radioprotectors could be important for the
treatment of subacute and chronic T-2 toxin poisonings.
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Pesnume

T-2 MUKOTOKCHMH, CeKyHIApHM METa0OJIUT IJbUBUILA M3 pona Fusarium, jefaH je
O HAJTOKCUYHUjUX MpPeICTaBHUMKA TPUXOTELEHCKUX MUKOTOKCMHA Tuma A. Hberose
OCHOBHE OCOOMHE, MPBEHCTBEHO BEJIMKA CTAOMJIHOCT y MPUPOAM, jepTUHA TPOU3BOJI-
a, TelIKa JeTeKIIMja U joll YBeK HeIOCTOjalhe aleKBaTHOI aHTUIOTAa, YMHE ra BeoMa
IOOpUM TIOTEHIMjaIHUM O00jHUM oTpoBoM. [lociie yHolllewa, y OpraHM3My OTpOBaHE
jenunke T-2 ToxcuH ce y henmjama Besyje 3a peuenTope Ha pudo3zoMuMa M mokpehe
cepujy KacKaJHUX peaklivja Koje 3a Mocleaully uMajy cMamere crabuiaHocty rPHK u
noBehaHy ekcrpecujy mporH@IaMaTOpHUX TeHa Koju cy u3Mel)y ocTajor oAaroBOpHU
3a HacTaHAK aHOPEKCHje, TYOMTaK TeJeCHe Mace, MUMYHOCYIPECHjy, ayTOMMYHUX ede-
KaTa u omtehemwe BehuHe TkuBa. TokcMyHO omTehemhe NMBHUX OpraHa, HacTajao IO
nejctBoM T-2 TokcMHA, MOCenuiia jeé HEeroBOr IUTOTOKCUYHOT edeKkTa Ha JlaOuiHe
henmuje m mpouHdIamaTopHor edexra Ha cTabuiaHe henuje y opraHmM3My KUBOTHUH-A U
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Jbyau. C 003MpOM Ha Harpea U3HETE YUHEHUIIE, jJACHO je ILTO je y HAIUM UCTPayu-
BarbMMa HajooJbM TepamujcKu edekaT, KoI aKyTHOI TpoBama T-2 TOKCMHOM, ITOCTUT-
HYT TIPUMEHOM aHTUMH(DIAMAaTOPHUX JICKOBA CTEPOUIHE CTPYKTYpe, NMPBEHCTBEHO JIEK-
camerasoHa (ZI = 3,37) u pa3nuuuThX OOJIMKa MeTWINpeaHu3oaoHa (ZI = 2,43—2,64).
OcuMm Tora, aHTMMHGbIAMATOPHU JIEKOBU HECTEPOUJHE CTPYKTYPE MCMObWIM Cy 3Ha-
yajaH Tepanujcku edekat, HuMecyaun (ZI = 1,44) u N-acetlilcistein (ZI = 1,29), anu
C€ HUXOBO 3alITUTHO JEjCTBO MOTEHUMPA y KOMOMHALIMjA Ca METUJINPEIHUCOIOHOM
(Z1 = 2,16—2,34). TepanujcKky eOUKACHOCT MCIIOJbUIN CY PaIMOIIPOTEKTOp amudo-
ctuH (WR-2721) (Z1 = 1,26) u/vim pasznuuutu aricopoeHcu. O nmpuMermheHUX arcop-
OGeHaca, Kao ITO Cy akTUBHU yrab (ZI1 = 1,13) u pasznmumuuty obauuu MuH-a-3e1-a®,
HajBehM MpoTekuBHM edekaT ucrnobuo je Mun-a-3ea Inyc® o6JIMK KIMHOMTUOIMH-
ckor 3eonuta (ZI = 1,77). Ha ocHOBY npuka3aHuUX pe3yiTara, a y CKJIaay ca YNHEeHU-
LIOM Ja je LMUTOTOKCMYHO M TpPOuHGIaMaTOpHO AejcTBO T-2 TOKCMHA y IUPEKTHO]
cpa3MepHu ca HEeroBOM aKyTHOM TOKCHUYHOIIhy, y MOTMYHOCTH je OINpaBIaHO KOpHU-
mrhewe BUCOKMX J103a aHTUMH(IaMaTOPHUX JIEKOBAa CTEPOUIHE CTPYKTYpe y Tepamnuju
aKyTHOTr TpoBama T-2 TokcuHoMm. Ca apyre cTpaHe, y Tepanuju CyOaKyTHUX WU XpO-
HUYHMX TpoBama T-2 TOKCMHOM, MIpernopyuyje ce yrnorpedba aHTUMH(IaMaTOPHUX Jie-
KOBa HECTEPOMIHE CTPYKTYpe, Pa3IMUUTUX arcopOeHaca, Wi HbUXOBE KOMOMHOBaHE
MPUMEHE Ca AaHTUOKCHUIAHCUMAa WJIW PaIUuONpPOTEKTOpUMA.
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THE PRESENCE OF OCHRATOXIN, A RESIDUE
IN BLOOD PLASMA OF SLAUGHTERED SWINE

ABSTRACT: The aim and task of this study was to determine the presence of ochra-
toxin A (OTA) residue in blood of swine, slaughtered regularly. The fact that ochratoxin A
is heterogeneously distributed in a contaminated lot of feed material, makes the sampling
problematic. It has been shown that an alternative method to monitor the presence of
ochratoxin A in the feed is to analyse blood samples from swine, which reflect the toxin
content of the ingested feed. With the aim of determining the presence of ochratoxin A resi-
due in blood of swine slaughtered regularly, and originating from different areas of Vojvo-
dina and Serbia, the samples were collected from the corresponding slaughter. During a
three month investigation period, a total of 60 blood samples were analysed. Spectrofluori-
metric method was applied for sample analysis. The presence of the OTA residue was fo-
und in 56,6% of the examined plasma samples. The average OTA concentration in plasma
was 2.91 = 491 ng/mL (0,0—33,3 ng/mL). The experiment showed that the average OTA
concentration in plasma samples originating from different areas of Vojvodina and Serbia,
was not significantly low (p > 0,05).

KEY WORDS: ochratoxin A, plasma, residue, swine

INTRODUCTION

Ochratoxin A (OTA) is a mycotoxin produced by several fungi of genera
Aspergillus and Penicillium, A. ochraceus principally in tropical parts of the
world (23) and P. verrucosum in temperate climates (19). OTA has been found
predominantly in cereal and cereal products, but also in a variety of other food
commodities (1, 22, 26, 28). OTA has been suggested to be a determinant of a
disease known under the name of Balkan Endemic Nephrophaty (BEN). This
mycotoxin has a special role in the genesis of swine mycotoxic nephropathy
(12). Toxin production usually occurs during the storage. The distribute of
OTA in the stored grains is very heterogeneous, making analysis and dietary
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exposure assessment of animals difficult. However, exposure of animals may
also be assessed from analysis of blood levels. The high concentration in a
swine blood is due to a relatively long half-life of OTA in this tissue (3,7 + 6
days) (13), as a consequence of the strong bindings between OTA and serum
albumin (7). Hult et al. (1979) demonstrated that the level of OTA in blood
is very expressive of the general exposure of the individuals to this mycotoxin,
and would be a useful tool in diagnosing ochratoxicosis.

It has also been demonstrated that OTA accumulates in blood and edible
organs, especially kidneys. Therefore, pork products, especially those that in-
clude blood and kidney, are considered to be an important source of OTA in
humans (5). Surveys of swine for OTA in blood and/or edible tissues have
been carried out in several countries: Denmark (10), Germany (5, 15, 16, 17),
Hungary (25), Norway (15). The purpose of this work was to monitor the pre-
sence of OTA in the blood of slaughtered swine, and to investigate its regional
distribution.

MATERIALS AND METHODS
Reagents

OTA and Carboxypeptidase A enzyme were purchased from Sigma Che-
mical Co (St Louis MO, USA). Diluted standard solution of OTA was prepa-
red from a stock solution (10—* M OTA) in buffer, which was stored frozen.
The concentration of the stock solution was determined spectrophotometrically
at 380 nm, using a value of 5680 M—! cm for an extinction coefficient.
Carboxypeptidase A was prepared in 0,04 M tris (hydroxyl-methyl) aminomet-
hane sulfuric acid buffer, pH 7,5, 1 M sodium chloride (100 U/mL). All other
solvents and reagents were analytical grade.

Sample collection

Blood serum was collected from slaughtered swine (n-60) originating
from three different areas of Vojvodina and Serbia, where a significant swine
industry was, during a three month investigation period (april—june). Slaug-
htered swine were randomly sampled in the slaughterhouse. About 100 mL
blood was sampled when slaughtered swine were bled by jugular puncture.
Three sodium citrate (TCT) was used as an anticoagulant. Blood samples were
centrifuged at 3000 g for 15 min. Serum was decanted and stored at —18°C
prior to analysis. Spectrofluorimetric method was applied for sample analysis
(9), with detection limit of 2 ng/mL of OTA and 78% recovery.

RESULTS AND DISSCUSION

The results obtained during a three month investigation period are presen-
ted in Table 1. The results of this study show that thirty four serum samples
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(56,6%), out of 60, were found positive with toxin at levels ranging from 0,0
to 33,3 ng/mL. The average concentration was 2,91 + 4,91 ng/mL. Of these
positive samples, the highest incidence (73,3%), concentration (33,3 ng/mL),
and mean level of OTA were found in the samples originating from Kovilj re-
gion (5,26 + 8,22 ng/mL), while the lowest incidence (40%) and mean level of
OTA residue were established in the samples originating from Sabac region
(1,41 £+ 1,86 ng/mL). The results of this study show that the mean level of
OTA among the regions where samples were collected, are very similar, but
the incidences of OTA are different (Figure 1 and 2). The highest incidence of
ochratoxin A residue was established in the samples collected in june (80%),
while the lowest incidence of ochratoxin A residue was established in the sam-
ples collected in may (20%). During the whole period of investigation, the
average OTA differences between the samples originating from the studied re-
gions were not significantly low (p > 0,05).

In comparison with other recently published data about the occurrence
and concentration of OTA in blood serum, these results are similar to the stu-
dies carried out in other European countries (3, 4, 1, 15, 19, 21). This results
indicate that pork products (meat, kidney, blood, and liver) are frequently con-
taminated with OTA (14, 27). Consequently, foods containing pork liver and
blood or plasma, e.g. liver paste and processed meat products, could be impor-
tant sources of OTA in humans (5, 8). However, when comparing data it sho-
uld be remembered that factors such as climate conditions during harvest,
practices for grain/feed storage, kinds of feed, etc. have influence on the
ochratoxin A levels found in swine edible organs. The annual variation and re-
gional differences were primarily due to the moisture content of the grain at
the time of harvest. Seasonal variations were also observed after prolonged
storage of the grain.

Tab. 1 — Occurrence of ochratoxin A residue (X + Sd) in serum samples (ng/mL)
Region n Positives samples Positive samples X + Sd
(n) (%) ng/mL
Batka Topola 15 10 66,6 2(7(1),7(; 35’
s o e
Sabac 15 6 40 1(,3’10 i 51,,53)6
Senta N ’ 466 e
o wo e
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CONCLUSIONS

The results of this study show that a thirty four serum samples (56,6%),
out of 60, were found contaminated with toxin at levels ranging from 0,0 to
33,3 ng/mL. The average concentration was 2,91 + 4,91 ng/mL. Of these posi-
tive samples, the highest incidence (73,3%), concentration (33,3 ng/mL), and
mean level of OTA residue were found in the samples originating from Kovilj
region (5,26 + 8,22 ng/mL), while the lowest incidence (40%) and mean level
of OTA residue were established in the samples originating from Sabac region
(1,41 = 1,86 ng/mL). During the whole period of the investigation, the average
OTA differences between samples originating from the studied regions were
not significantly low (p > 0,05).

The results of this study demonstrate that the detected residue of OTA in
blood serum of slaughtered swine, with incidence and mean level of OTA in
blood plasma, is comparable to that from the other European countries, but a
more extensive survey is advisable in order to obtain a more realistic over-
view. The distribution of OTA in stored grains is very heterogeneous, alterna-
tive method to monitor the presence of ochratoxin A in the feed is to analyse
swine blood samples, which reflect the toxin content of the ingested feed.
Also, assays of OTA in the blood can provide a level of OTA in other tissues,
because blood concentrations are highly correlated with tissue levels. With re-
gard to the national legislation on OTA in animal feed, maximum tolerable le-
vels of OTA are established only for complete feedmixes, intended for swine
and poultry, while for feed component they have not been proposed for esta-
blished yet. In addition, it is necessary to harmonize the national legislation on
sampling methods, and OTA limits in animal feed with EU regulations. In or-
der to reduce the colonization of ohratoxigenic mold and toxin production in
feed, there is a need for implementation of adequate control of moisture (a,)
and temperature, during transport and storage. Programs such as GAP, GMP,
and GHP implemented a HACCP system which is a powerful tool for contro-
ling OTA in commodity system.
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3AKJIAHUX CBUIbA
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Pesume

Y oBOM paiy MpHUKa3aHU Cy Pe3yjlTaTd WCIMTHBara MPUCYCTBA pe3ujaya oxpa-
TOKCMHA A y KPBHOj IUIa3MU, KJIMHUYKKA 3ApPaBUX, PEIOBHO 3aKJIaHUX, TOBHUX CBUHbA.
Huctpudyuuja oxparokcuHa A (OTA) y yCKIaauIITeHOj XpaHU jé BeoMa XeTeporeHa,
IITO J0CTa OTEXaBa Y30PKOBAaHE, a CAMUM TUM M MPAaBWIHY MPOLEHY alMMEHTapHe
M3JI0KEHOCTH JbYIM U JKMBOTHH-a OBOM TOKCUHY. JemaH o aJiTepHATMBHMX HauyWHa 3a
npahewe koHTamuHauuje xpaHe OTA je aHanu3a KpBM Koja J0CTa TOY31aHO pediek-
tyje mpucyctBo OTA y xpanm. 3a ucnutuBambe npucyctBa pesunya OTA y KpBHOj
TUIa3MHM 3aKJIaHUX CBUH-a TTOpekioM u3 BojsonuHe u nena 3anagHe CpOuje, Ha TUHUjU
KJIatha TOKOM BETepMHAPCKO-CAaHUTAPHOT TIperJie/ia 3aKJIaHUX CBUIbA, METOIOM CIIydaj-
HOTI' Y30pKOBaa Y3UMaHU Cy Y30pPLIUM KPBU CBUHbA. TOKOM TPOMECEUHUX MCIUTUBAHA
VKYITHO je aHaim3upaHo 60 y3opaka KpBHE ILJIa3Me.

IpucycrBo pesumya OTA je yrBpheHo y 56,6% uCIUTUBAHMX y30paka KpBHE
rnjaasmMe, 0K je npocedaH caapxkaj OTA y ucnuTUBAHUM y30pLMMa KpBHE IJia3Me 01o
291 £ 491 ng/mL (0,0—33,3 ng/mL). Hajseha 3actymmenoct (73,3%), mpoceuaH ca-
apxaj (5,26 + 8,22 ng/mL) u xoHueHTpanuja pesunya OTA (33,3 ng/mL) 3a6enexeHu
Cy V y30pIMMa KpBHE TIa3Me CBHIbA IMOPEKJIIOM ca JiokaiuTeta KoBuib, MOK Cy Haj-
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Mamu 3acTyiubeHoCcT (40%) m mipocedan campkaj pesumya OTA (1,41 = 1,86 ng/mL)
3a0eie’KeH Y y30plMMa KpBHE IIIa3Me CBUH»a IOpPEKJIIoM ca JjokanuTeTta lIllaGair.
[Tpoceuan campxaj OTA y y3opuuMa KpBHE IJla3Me ca oJropapajyhux JokaauTteTa
HHUje ce CTaTUCTUYKU 3HadajHo pasznukoBao (p > 0,05). AHanusa KpBU JOCTa IIOYy3OaHO
pednektyje npucyctBo OTA y XpaHU U MOXKe Ce€ YCIEIIHO KOPUCTUTU Kao CPEICTBO y
IMjarHOCTUIIA OXPAaTOKCMKO3a, HAPOUYUTO CYIKIMHUYKUX KOje Cy Hajuennrhe 3abeleixe-
He Ha HamuM npoctopuMa. Ha 6a3u mosnate koHueHtpauuje OTA y kpBu moryhe je
onpeautu canpxkaj OTA y ocrtanum TkuBuma. [locrojehu npaBUIHUK O MaKCUMaTHUM
KoJIMuMHaMa Tmpornucyje MakcuMmainHe koiuuynHe OTA camo 3a KOMIUIETHE CMellle U TO
3a CBUIbE M KMBHUHY, IOK XpaHMUBa HUCY oOyxBaheHa. HeomxomHo je ma moctojeha 3a-
KOHCKa peryjaTuBa MpeTpnu 3HaTHO Behe mpoMeHe M yckiaaau ce ca oapenbama EY
Koje CTaHAapau3yjy y3umarme y3opaka 3a aHaim3y u canpxaj OTA y xpaHu 3a KMBO-
TUHE. Y LMJby CipeyaBarba KOHTaMMHaluje xpaHe ruiecHuma u OTA HeorxogHa je
MpUMEHA aJeKBaTHUX Mepa Yy KOHTPOJM TeMmIeparype W Biaare (a,) TOKOM TpaHCIopTa
U ckaaguiuTera. [IpumeHoM Mepa n1o6pe mosbornpuBpeaHe npakce (GAP), nodbpe mpo-
n3Bohauke npakce (GMP), noope xurujeHcke npaxce (GHP), mobpe ckmamuiiHe Ipak-
ce (GSP), ummnemenTupanux y cucteM HACCP npencraBibajy e(UKAaCHO CPEICTBO Y
MPeBEHIIMjU KOHTAMUHAIIMje XpaHe TUIECHUMAa M HUXOBUM TOKCUYHUM TPOIYKTUMA
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GROWTH INHIBITION OF SOME EUROTIUM AND
ASPERGILLUS SPECIES WITH SPICE EXTRACTS

ABSTRACT: The antifungal activity of spice extracts obtained from caraway seed,
garlic and origanum was tested against antifungal activity of Eurotium herbariorum, E. am-
stelodami, Aspergillus flavus and A. sydowii. Caraway seed extract has been proved to pos-
sess the highest inhibitory effect on all investigated mould species. The concentrations of
caraway extract, sufficient to inhibite the growth completely were: 0,5% for E. herbario-
rum, E. amstelodami and A. sydowii, and 1% for A. flavus; of garlic, 1% for Eurotium spp.
and 2% for A. sydowii, and of origanum, 1% for E. herbariorum and 2% for E. amsteloda-
mi. The results of colonies diameter measuring showed that garlic and origanum extracts
have no significant supressing ability on micellar growth of A. flavus, while garlic was mo-
re efficient in other test cultures.

KEY WORDS: spice extracts, antifungal activity, moulds

INTRODUCTION

Natural antimicrobic agents extracted from plants are very interesting, and
their activity was investigated by many researches. In food production, their
importance is increasing, as being a possible choice for food protection from
microorganisms. In that way, the use of synthetic preservers would decrease
(Arora and Kaur, 1999; Nielsen and Rios, 2000; Smith-Pal-
mer et al, 2001; Lopez-Malo et al, 2002; Moreira et al., 2005).
Most preservers are believed to have a bad influence on human health.

Some kinds of spice herbs, besides their use as flavour ingredients of
food, possess antimicrobial properties. Mustard, sage, rosemary, and thyme are
outstanding in their expressive antimicrobial activity. Essential oils, e.g. their
active components (eugenol, carvacrol, thymol, cinnamaldehyde, allyn, limone-
ne, geraniol, etc.) are the antimicrobial agents of spices (Savi¢ and Danon,
1982; Montville and Matthews, 2005).

Numerous species of moulds cause food deterioration, however, some
species are producers of different toxic substances. Aflatoxins (AF) and steri-
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gmatocystine (ST) are toxic secondary metabolites of some Aspergillus and
Eurotium species, which are important contaminants and potential causes of
spoilage of intermediate and low-moisture content food (Pitt and Hocking,
1985; Guyenot et al, 2003; Dimi¢ et al., 2005).

Antifungal activity of three kinds of spices against toxigenic moulds, E.
herbariorum, E. amstelodami and A. sydowii, potential producers of sterigma-
tocystine and aflatoxigenic A. flavus, was investigated in this work. These mo-
ulds are related since aflatoxins and sterigmatocystine have a common precur-
sor in their biosynthesis, and sterigmatocystine can be converted into aflatoxin
Bl (Keller et al, 1997; Durakovié¢ and Durakovidé, 2003).

MATERIALS AND METHODS
Isolates of moulds

Moulds including E. herbariorum, E. amstelodami, A. flavus and A.
sydowii, isolated from different spices, were used as test microorganisms. The
cultures used in this experiment were cultivated on slant Saboraud maltose
agar (SMA) for 7 days, at 25°C.

Spices

Extracts of spice herbs: caraway seeds, garlic, and origanum were sup-
plied by “Etol Celje”, Slovenija.

Medium

SMA medium was used to follow the growth inhibition of moulds. The
medium was poured into 250 ml Erlenmayer flasks and autoclaved at 121°C,
for 15 min. After sterilization, 0; 0,07; 0,1; 0,5; 1 and 2% concentrations of
spice extracts were added into flasks.

Antifungal investigations

After the addition of spice extracts, equal portions of SMA medium were
poured into sterile Petri plates. Each concentration was prepared in triplicate.
Inoculation was performed by transfering conidia into the center of agar medi-
um, as a point. Mould growth inhibition was estimated measuring the diameter
of colonies every day during the incubation at 25°C, for 7 days.

64



RESULTS

Inhibitory effect of three kinds of spice extracts on two Eurotium, and
two Aspergillus species was investigated. Lower concentration of caraway seed
extract (0,07 and 0,1%) affected all four toxigenic moulds, during 7 days of
incubation at 25°C (Table 1). The activity against E. herbariorum was higher
(47 and 76,5%), while the growth inhibition of A. flavus was insignificant (5,1
and 18,6%). Compared to the control, the effect on E. amstelodami and A.
sydowii was similar. Caraway seed extract inhibited completely the growth of
E. herbariourum, E. amstelodami and A. sydowii, in concentration of 0,5%.
The same concentration inhibited partially the growth of A. flavus (88,1%).
Total growth inhibition was achieved with 1% concentration.

Tab. 1 — Antifungal activity of caraway extract on the growth of moulds
Micelial growth inhibition (%)
Conc. (%) - ; "
E. herbariorum  E. amstelodami A. flavus A. sydowii
0.07 47 22.2 5.1 25
0.1 76.5 50 18.6 39.3
0.5 100 100 88.1 100
1 100 100 100 100
2 100 100 100 100

No inhibitory effect of garlic extract (0,07 and 0,1%) (Table 2) on A. fla-
vus was found. On the contrary, 0,07% of garlic extract insignificantly stimu-
lates the growth of this mould. As shown in Table 2, 0,1% at garlic extract
decreased the growth of E. herbariorum by 41,4%, E. amstelodami by 33,3%
and A. sydowii by 10,7%. The concentration of 0,5% was not sufficiently effi-
cient to prevent significantly the growth of the investigated moulds, A. flavus
especially. Garlic extract inhibited completely the growth of both Eurotium
species in concentration of 1%, insignificantly (32,2%) of A. flavus, and
partially (85,7%) of A. sydowii. A. sydowii was completely inhibited at 2% le-
vel of garlic extract, but A. flavus was not (42,4%).

Tab. 2 — Antifungal activity of garlic extract on the growth of moulds

Micelial growth inhibition (%)

Conc. (%)

E. herbariorum  E. amstelodami A. flavus A. sydowii
0.07 11.7 27.8 0* 7.1
0.1 41.4 333 0 10.7
0.5 52.9 61.1 5.1 42.8
1 100 100 322 85.7
2 100 100 424 100

* stimulation of micelial growth
Neither Eurotium, nor Aspergillus species showed sensitivity to 0,07%

extract of origanum (Table 3). Also, no inhibition activity against A. sydowii at
low concentrations (0,07 and 0,1%) was found, moreover, 0,07% extract even
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favoured the micellar growth. Origanum extract inhibited completely inhibited
the growth of E. herbariorum and E. amstelodami at higher concentrations (1
and 2%), and almost totally (96,4%) the growth of A. sydowii at 2% level. No
particular effect was exposed on A. flavus.

Tab. 3 — Antifungal activity of origanum extract on the growth of moulds

Micelial growth inhibition (%)

Conc. (%) - - -
E. herbariorum  E. amstelodami A. flavus A. sydowii
0.07 0 0 0 0*
0.1 11.8 5.5 1.7 0
0.5 47 333 10.2 10.7
1 100 66.7 18.6 46.4
2 100 100 49.1 96.4

* stimulation of micelial growth

The effect of caraway seed extract on germination and growth rate of E.
herbariorum, E. amstelodami, A. flavus and A. sydowii during seven days of
incubation, is presented in Figure 1, having in mind that caraway expressed
the strongest inhibition effect in our experiments.
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Fig. 1. — Inhibition of E. herbariorum, E. amstelodami, A. flavus and A. sydowii by
caraway extract
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The decrease of growth rate with increased content of caraway in the agar
medium was more expressed in E. herbariorum, than in other mould species,
both at the beginning and at the end of incubation. The beginning of germina-
tion, compared to the control, was delayed for three (0,07%) and six days
(0,1%). In all caraway treatments, where E. amstelodami was growing, the rate
of colonies spreading was higher, and the germination was inhibited only at
concentration of 0,1%, in two days. The observation for A. sydowii growth
was similar. At lower levels of caraway extract (0,07 and 0,1%), the growth of
A. flavus was the same as in the control. The diameters of colonies differed
only in 0,1 cm. Although the beginning of the growth was not affected by
0,07 and 0,1% of caraway, difference in growth rate was observed later. This
difference was practically at the same level, till the end of the experiment. In
case of 0,5% concentration, the colonies of A. flavus became visible only the
fifth day after the inoculation of agar plates.

Sporulation of all moulds decreased with the increase of content of ca-
raway, garlic and origanum extracts. The highest concentrations where growth
of moulds was evident, caused greatest changes in appearance of colonies
compared to the control.

DISCUSSION

These experiments have shown that caraway seed, garlic and origanum
have antifungal activity against the tested toxigenic Eurotium and Aspergillus
species. Caraway in concentrations higher than 0,5%, efficiently prevents the
growth of moulds. Eurotium spp. exhibited higher sensibility. E. herbariorum
was the most sensitive to caraway extract. Garlic extract is also a significant
antifungal agent for the same kinds, however, for A. sydowii, hit was not so
efficient as a caraway seed extract. The tested organisms were less sensitive to
origanum, compared with garlic. Spice extracts had the lowest effect on A. fla-
vus.

Garlic and origanum have some inhibitory effects, however, neither of
them is significantly efficient in growth reduction of A. flavus. Neilsen and
Rios (2000) investigated some spices and found garlic to be efficient in
growth inhibition of Emericella fibuliger, Penicillium commune, P. corylo-
philum, P. roqueforti and P. solitum, however, the inhibition of A. flavus
growth was very poor, similar to origanum. In general, the inhibitory potential
of origanum for these species was week, whereas vanilla had no effect at all.

Caraway is the spice which has high inhibitory effect on growth of mo-
ulds. This effect can be compared to clove (Malbrouk and EI-Shayehb,
1980). This activity can be attributed to the presence of carvon and limonene,
present in caraway seed essential oil in significant quantities (50 to 85%, and
20 to 30%), respectively (Savié and Danon, 1982).

It was found that the essential oils of caraway, clove, onion, and garlic
may affect preventively the synthesis of sterigmatocystin and aflatoxin (H1i -
tokoto etal., 1980; Hasan and Mahmoud, 1993). The combined ef-
fect of 16 spices and different water activities (0,80 to 0,90 a,) on Eurotium
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spp. (E. amstelodami, E. herbariorum, E. repens and E. rubrum) was tested,
and the results have shown a complete inhibitory effect of lemongrass, clove,
cinammon, bay and thyme at all a, values (Guyenot et al, 2003). The
inhibitory effect of garlic was stated many times (Mei-Chin and Wen-
-Shen, 1998; Yin and Tsao, 1999; Benkeblia, 2004).

The essential origanum oil is rich in timol and carvakrol, and this spice is
a very strong growth inhibitor of A. niger (Baratta et al.,, 1998) and A.
ochraceus, procuder of ochratoxin A (Basilico and Basilico, 1999).
Ozcan (1998) found that origanum extract, besides thyme and savory (out
of 31 tested ones), inhibits completely the growth A. parasiticus, in 2% con-
centration during incubation at 30°C, for 10 days.

The spice extracts of caraway seed, garlic and origanum, investigated in
this work, caused morphological changes besides growth inhibition of coloni-
es, and this points to the possible changes on a cell level. The investigation of
cell ultrastructures of A. niger, after exposure to the effect of thyme essential
oil, showed damages of cell wall, cellular membrane and organellas (Rasso -
1i et al., 2006).

CONCLUSION

Having in mind the obtained results, the investigated spice extracts can be
used to limit or prevent the development of harmful moulds in food (preser-
ved, or fresh stored food), as additives, surface prevention, or use in products
packed under modified atmosphere. A number of active components of spices
and their derivates are being further investigated.
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NHXUBULINJA PACTA HEKUX EUROTIUM W ASPERGILLUS BPCTA
EKCTPAKTUMA 3AYMHA

T'opnana P. Iumuh, Cynuuna . Kounh-Tanaukos, [Iparana Kapanuh
Texnonomku ¢axyarer, bynesap Llapa Jlazapa 1, Hosu Can, CpOuja

Pesume
ExcTpakTtu 3aumHa moOujeHr 13 KuMa, OesIoT JIyKa M OpuraHa OMWJIM Cy UCIIUTaHU

Ha aHTUdYHTATHU aKTUBUTET Tipema Eurotium herbariorum, E. amstelodami, Aspergil-
lus flavus u A. sydowii. EKCTpakT KMMa UMao je Hajjaud UHXMOUTOPHU edeKar u TO Ha
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cBe Tpu BpcTe IjiecHU. KoHIleHTpalMje eKkcTpakTa KuMa JI0BOJbHE /1 KOMIUIETHO WMH-
xubupajy pacr owie cy 0,5% 3a E. herbariorum, E. amstelodami u A. sydowii n 1% 3a
A. flavus; 3a 6emu nyk 1% 3a Eurotium spp. u 2% 3a A. sydowii v 3a opuraHo 1% 3a
E. herbariorum n 2% 3a E. amstelodami. Pe3yntatn Mepera AujaMeTpa KOJIOHHUjA CY
MOKa3aJIM Jla eKCTPaKT OesIor JiyKa M OopuraHa He CYIpecyjy 3HauajHO MUILIEJapHU pacT
A. flavus, 0ok je 0enu Jyk 6uo edUKACHUjU IPeMa OCTAJIMM TeCT-KyJaTypama.
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ANTHRACNOSE — A NEW STRAWBERRY DISEASE
IN SERBIA AND ITS CONTROL BY FUNGICIDES

ABSTRACT: Anthracnose is a destructive disease of strawberry fruits in warm and
continental climate. During 2004, in the vicinity of Valjevo, there were severe losses in two
strawberry plantations due to fruit anthracnose. Two fungal isolates, GG-6A and GG-JUP
were recovered from strawberry stolons, and fruits showing severe anthracnose symptoms.
Based on morphological and pathological characteristics, and PCR analyses with specific
primers of reference species, isolate GG-6A was identified as Colletotrichum gloeosporioi-
des, and GG-JUP isolate as C. acutatum. This is the first identification of C. acutatum in
strawberry in Serbia.

In order to control strawberry anthracnose, five fungicides and their combinations
were applied four times during the flowering. The best fruit protection was achieved by
fungicides Metiram + piraclostrobin (Cabrio top), Captan FL and Fludioksinil + ciprodinil
(Swich). Less effective were Benomil (Benlate) and Krezoksim-metil (Stroby).

Pathogen is transmitted by planting material, so phytosanitary measures are extremely
important in preventing the disease.

KEY WORDS: anthracnose, Colletotrichum acutatum, planting material, strawberry
disease

INTRODUCTION

The strawberry (Fragaria x ananassa Duch.) production in Serbia, both
in the field and under the plastic, is increasing. Deficiency of certified planting
material is frequent, so the import is necessary. However, with importation of
the planting material there are possibilities of introducing new strawberry di-
seases.

In two new strawberry plantations founded by the imported planting ma-
terial, in the vicinity of Valjevo, a new disease was registered in 2004. The
first visible symptoms of fruit rotting were in the maturity, and yield was re-
duced over 80%. In 2005 the appearance of the disease was mild, and in 2006
it was weak.
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Anthracnose diseases of strawberry are caused by three fungal pathogens:
Colletotrichum acutatum J.H. Simmonds, C. fragariae Brooks and C. gloeo-
sporioides (Penz.) Penz & Sacc. (teleomorph Glomerella cingulata (Stone-
ham.) Schrenk & Spaulding). All three species incite diseases which cannot be
distinguished in the field by symptoms alone (Peres et al., 2005). C. fraga-
riae is most often associated with anthracnose crown rot of strawberry grown
in hot, humid areas, such as the southern United States. C. gloeosporioides
usually cause petiole and stolon lesions and crown rot on a strawberry, but
may also produce fruit symptoms (Smith, 1998).

Anthracnose, caused by C. acutatum is responsible for the major losses in
strawberry production worldwide. Fruit rot and flower blight are common
symptoms in fruiting fields (Howard et al., 1992), whereas lesions on sto-
lons, petioles and leaves are particularly harmful in plant nurseries (Free -
man & Katan, 1997). C. acutatum was first described as a separate species
by Simmonds (Simmonds, 1968). The teleomorph of the fungi was re-
cently described as Glomerella acutata Guerber & Correll (Guerber &
Correll, 2001).

None of the three mentioned anthracnose diseases have been registered
on strawberry in Serbia even though gloeosporioides has been present for
many years as the pathogen of sour cherry, apple and other plants (Ivano -
vié¢ & Ivanovié, 2005).

In order to study the causal agent of strawberry disease in new plantati-
ons, in the vicinity of Valjevo, and to optimize the control strategy for the di-
sease, this research has been carried out.

MATERIAL AND METHODS

Pathgen isolation and maintenance. Strawberry stolons and fruits from
naturally infected cv. Favet were collected in January and May in 2005 respec-
tively. Fruit lesions were clear, frequently coalesced and sporulated quickly,
but stolon lesions were atypical, unclear. Both fruit and stolon lesions were cut
in small sections, their surface was sterilised in 70% ethanol, cultured on a la-
boratory prepared potato dextrose agar (PDA), and kept under laboratory am-
bient conditions until colony was developed. Mycelial fragments were cut
from the edges of the developed colonies, and transferred to a new PDA to get
a pure culture. The cultures were stored on PDA slants at 10°C and transferred
every 4 weeks. Two isolates, GG-6A and GG-JUP recovered from stolons and
fruits, respectively, were chosen for further research. Reference isolates of C.
acutatum (TUT 137A) and C. gloeosporioides (AVO 37 4B), used in this
study, were acquired from V. Trkulja, Banja Luka, Republic of Srpska.

Colony growthrate assessment and spore dimensions. The effect of
PDA, carrot agar (CA), and oatmeal agar (OM) media on the colony growth
of two isolates GG-6A and GG-JUP, and reference isolates (TUT 137A and
AVO 37 4B) were studied under ambient laboratory conditions. The diameter
of colonies was measured after 9 and 15 days. Morphology of the colonies, the
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occurrence of sectors, and the vegetative and reproductive structures were de-
scribed after 14 days of incubation.

For conidial measurements, isolates were cultured under continuous fluo-
rescent light for 3 days at room temperature on PDA, to promote sporulation.
The spores were suspended in sterile water using a sterile needle. The length
and width of too condition were measured, using measuring program IM 1000,
and conidial shape was recorded at x400 magnification (10 x ocular, 40x
objective) using bright field microscope (Leica DMLS).

Pathogenicity test. Strawberry fruits were inoculated with previously men-
tioned four isolates. Spores were produced on PDA media. Cultures were floo-
ded with sterile distilled water and filtered through four layers of cheesecloth
to remove mycelia. Conidia concentration was determined using a haemocyto-
meter, and adjusted with sterile distilled water to 4 x 105 conidia per ml.
Strawberry fruits of cv. Favet were, just before the ripening, inoculated by
injecting 20 ul of conidial suspension. Control fruits were inoculated with 20
um of sterile distilled water. Inoculated fruits were held on the top of the me-
tal screen in plastic containers at 25 + 2°C. In other to maintain RH, hot water
was added to the bottom of each container which was then sealed tightly. Le-
sion diameter was measured for four days, after inoculation. The test was repe-
ated two times.

Nucleic acid extraction and PCR. Nucleic acid extraction was performed
following the protocol described by Day and Shattock (1997). Extrac-
ted nucleic acids were resuspended in TE buffer and maintained at —20°C.
PCR was performed using ITS4 universal primer in pair with, in separated
reactions, primer Cglnt specific for C. gloeosporioides, and Calnt2 specific for
C. acutatum. PCR was performed in 25 ml total volume composed of: 1X
PCR master mix (Fermentas, Lithuania) (0,625 U Taq polymerase, 2 mM
MgCl,, 0,2 mM of each dNTP, 1 ml of each primer (20 mM) and 1 ml of
extracted DNA. PCR conditions were 35 cycles: 94°C 1 min (denaturation),
59°C 2 min (annealing) and 72°C 2 min (extension). Visualization of PCR
products was performed in 1% agarose gel, stained with ethidium bromide, un-
der UV light.

Control of strawberry fruits anthracnose in naturally infected planta-
tion. Field trials for strawberry anthracnose control were conducted during
2005 and 2006 in naturally infected plantation in the vicinity of Valjevo. Five
fungicides, single or in a combination of two, were supplied by market compa-
nies in Serbia. The plot for each treatment consisted of double rows, 50 m
long (100 plants per each row planted in zigzag position). All trials were ar-
ranged in a completely randomised block design with three replications. Fungi-
cide treatments, doses and application timing are listed in Table 1. Fungicide
treatment was applied on 7 days schedule from the beginning of flowering till
the beginning of ripening (April 23 till May 16). Disease incidence was mea-
sured at each of the four harvests by collecting the fruits with anthracnose,
their measuring and comparing with the weight of diseased fruits in untreated
control plot.
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Tab. 1 — Treatments, doses and application timing of fungicides applied to control strawberry an-
thracnose

Fungicide — Fungicide Doses/ha Data of application for
Generic name chemical name all fungicides (in 2005)
Kaptan FL Captan F 2,51
Benfungin Benomil 1,0 kg . . . .
Stroby DF Krezoksim-metil 0,20 kg 1\2?117 2;?%2 3? é
Cabrio top Mertira + piraklostrobin 2,0 kg y i y o
Swich 62, SWG Fludiksinil + Ciprodinil 0,80 kg
RESULTS

Diseases symptoms. The most visible symptoms of anthracnose on straw-
berry were on fruits at maturation. At the beginning infected fruit form of
brown, circular, sunken, initially water-soaked lesion (Figure 1). Under opti-
mal temperature (25°C) and humidity they rapidly increased, giving lesion of
1 to 2 cm in diameter within 3 to 4 days (Figure 2). With warm weather the
disease spreads fast causing fruit rotting. The symptoms on vegetative parts of
plants, stolons, leaves during the vegetation were unlikely to be seen.

Fig. 1 — Water-soaked lesion on strawberry fruit caused by C. acutatum

Colony and spore morphology. Uniform colony growth of all investiga-
ted isolates was on the PDA and OM. The colonies filled Petri dishes, @ 90
mm, after 15 days. Three isolates (GG-6A, GG-JUP and TUT 137 A) had sig-
nificantly less growth on CA than on PDA and OM (Table 2). Only reference
AVO 37 4B isolate (C. gloeosporioides) had the same colony diameter in all
three media. The colonies of GG-6A and GG-JUP isolates were effuse, first
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Fig. 2 — Typical anthracnose lesion on ripen strawberry fruit

white later becoming orange, then turning into greenish grey as the cultures
aged and later became covered with pink to salmon conidial masses on PDA.
Light orange spore masses were formed around the centre of the colony. Older
cultures developed black acervuli in the centre of the colony.

Tab. 2 — Effect of different media on colony growth of Colletotrichum isolated from strawberry
and two reference species C. acutatum and C. gloeosporioides

Diameter of colony (mm) after days

Fungi Media
9 15

GG-6A PDA 733 a 90.0 a
CA 62.7 b 833 b

OM 56.7 ¢ 90.0 a

GG-JUP PDA 673 a 90.0 a
CA 343 b 45.0 b

OM 633 a 90.0 a

TUT-137A PDA 72.0 a 90.0 a
CA 28.0 ¢ 370 b

OM 633D 90.0 a

AVO 37 4B PDA 90.0 a 90.0 a
CA 86.3 b 90.0 a

OM 85.7 ¢ 90.0 a

The same alphabet are not statistically different by Duncan test (P = 0.05)
Colony reverse was brownish orange to black. There were no differences

in the colony morphology among the mentioned isolates, nor among the two
reference isolates of Colletotrichum.
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Conidia were hyaline, unicellular, and cylindrical with obtuse apices and
tapering base. Conidia of GG-JUP isolate are usually ellipsoid and fusiform at
least at one end (Figure 3), while conidia of isolate GG-6A are typically ha-
ving both end rounded. Setae are not produced in the culture but are present in
diseased strawberry fruits. Pigmented appressoria are produced after the germi-
nation of the conidia and vary in shape and size. There was no registered
sexual stage formation under the laboratory conditions.

Fig. 3 — Conidial morphology of C. acutatum, isolate GG-JUP

Conidial size has been given in Table 3. Average conidial length of TUT
137A reference isolate is statistically shorter than the conidial length of other
three isolates. However, GG-JUP and the referent isolate TUT 137A have sta-
tistically more similar conidia than GG-6A and AVO 37 4B. Concerning the
ratio of conidial length:width, GG-JUP and TUT 137 A did not differ statisti-
cally, but GG-6A and AVO 37 4B did (Table 4).

76



Tab. 3 — Size of conidia of two isolates of Colletotrichum isolated from strawberry, and two re-
ference isolates C. acutatum (TUT 137A), and C. gloeosporioides (AVO 37 4B).

Isolate Length of conidia (um) Width of conidia (um)
0

Min. Average Max. Min. Average Max.
GG-6A 12,63 15,31 + 0,49 a 22,03 4,98 5,66 = 0,08 a 6,53
GG-JUP 12,96 15,49 + 0,38 a 19,37 3,77 4,57 £ 0,08 ¢ 5,22
TUT 137A 12,59 14,08 = 0,39 b 17,49 3,53 4,32 + 0,09 ¢ 5,01
AVO 37 4B 12,57 15,07 = 0,35 a 17,24 4,68 5,78 + 0,17 a 7,82

The same alphabet are not statistically different by Duncan test (P = 0.05)

Tab. 4 — Ratio of conidia length/width of two isolates of Colletotrichum isolated from straw-
berry, and two reference isolates C. acutatum (TUT 137A), and C. gloeosporioides (AVO 37 4B).

Isolate Min. Average Max.
GG-6A 2,56 2,98 + 0,08 b 3,83
GG-JUP 2,76 342 £ 0,12 a 5,14
TUT 137A 2,78 3,27 £ 0,96 a 4,62
AVO 37 4B 1,63 2,65 = 0,09 ¢ 3,59

The same alphabet are not statistically different by Duncan test (P = 0.05)

Pathogenicity test on strawberry fruit. Both reference and our isolates
caused lesions on artificially inoculated strawberry fruits. More pathogenic iso-
lates were GG-JUP and TUT 137A, compared to the isolates GG-6A and
AVO 37 4B (Table 5). Fruits challenged with distilled water did not develop
lesions. On inoculated fruits, symptoms first appeared as whitish, water soaked
lesions up to 3 mm in diameter. As lesions developed, they turned a light tan
to dark brown and eventually became sunken and black within 2 to 3 days.
After several days lesions may be covered with salmon-coloured spore masses.
Infected fruits dried down to form hard, shrivelled mummies.

Tab. 5 — Pathogenicity of two isolates of Colletotrichum and two referent isolates of C. acutatum
and C. gloeosporioides to strawberry fruits.

. Diameter Acervuli
Isolates Appearance of lesions .
of lesion presence
GG-6A Rounded cowered with sparse mycelia 13 No present
GG-JUP Blg',.sunken, browmsh, cowered with 20 Present, creamy
whitish mycelia
TUT 137A Blg.,.sunken, browmsh, cowered with 20 Very present
whitish mycelia
AVO 37 4B Smaller spot cowered with whitish mycelia 12 Not present

Molecular identification. Using Cglnt primer specific for species C. gloeo-
sporioides, in pair with ITS4 primer, expected length amplicons were obtained
with isolates GG-6A which were, based on the conidia size, identified as C.
gloeosporioides. Using Calnt2 primer specific for species C. acutatum, in pair
with ITS4 primer, expected length amplicons were obtained with isolates
GG-JUP which were, based on the conidia size, identified as C. acutatum.
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Identification of fungal isolates was beside morphological characteristics,
confirmed by using molecular technique PCR with primers specific for fungal
species C. gloeosporioides and C. acutatum.

Control of anthracnose in strawberry fruits. Results obtained in this in-
vestigation showed that strawberry anthracnose can be controlled with fungici-
des application. The best fruit protection was achieved by fungicides Metiram
+ piraclostrobin, Captan FL and Fludioksinil + ciprodinil. Krezoksim-metil and
Benomil did not protect strawberry fruit from anthracnose attack (Table 6).

Tab. 6 — Effect of the fungicides on anthracnose incidence in strawberry in 2005.

Weight of affected strawberry fruits (g)/treatment — (two-rows 50 m)

Eate of Market name of fungicides
arvesting
Kaptan FL Benomil Stroby DF  Cabrio top Swich Control
May 21 20 20 300 0,0 0,0 1500
May 23 30 800 230 0,0 55 1250
May 26 150 500 700 150 300 1250
June 01 100 600 350 50 150 2750
Total (g) 300 1920 1580 200 505 6750
DISCUSSION

Our first objective was to identify the species of Colletotrichum causing
strawberry anthracnose disease in our country. Morphological characteristics
indicated that the causal agent of fruit rotting, isolate GG-JUP, could be C.
acutatum. This statement was confirmed by fungus isolation from the infected
fruits, pathogenicity tests, as well as molecular tests.

The isolates recovered from stolons, according to the morphological and
molecular characteristics could be determined as C. gloeosporioides. Since this
is the first finding of the pathogen on strawberry, further researches are needed
to collect more isolates in order to study their morphological, pathological and
molecular characteristics.

Other researches have shown that the characterisation of fungi isolated
from strawberry plants, affected by anthracnose is complex. Lewis Ivey et
al. (2004) found that the characteristics such as the colony morphology, the
conidial shape, the presence or absence of setae and sclerotia, and the appres-
sorium shape and size could be used for differentiation of the genus Colleto-
trichum. Morphological features, however, are highly variable among the isola-
tes and often subject to interpretation. Concerning the same characteristics we
did not find full consistency as well.

Since the anthracnose was first registered in 2004 in the plantations foun-
ded by the imported planting material, there are possibilities that the pathogen
was introduced by the planting material from abroad.

Transmission of the pathogen by planting material is reported by Le -
gard (2000) in the US. Investigation of Eastburn and Gubler (1990)
suggested that the fungus is transmitted in infested soil attached to strawberry
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crowns. Petioles of foliage harbour inoculum for fruit and flower for several
Colletotrichum spp. (Timmer and Brown, 2000).

In OEPP/EPPO Bulletin (2004), it was emphasized that the infected plan-
ting material of strawberry is the main mean of introduction, but symptoms of
anthracnose are unlikely to be seen on this material as the fungus is usually
inactive in living vegetative tissues.

Several studies have pointed out that C. acutatum can develop quiescent
infection on strawberry plants (Howard et al., 1992). Production of secon-
dary conidia and appressoria of C. acutatum on symptomless strawberry lea-
ves, under a range of environmental conditions suggests that these processes
also occur under field conditions and contribute to inoculum availability du-
ring the growing season (Leandro et al. 2003).

Anthracnose is a serious disease of strawberry in Northern hemisphere.
Three species of the Colletotrichum are responsible for strawberry anthracnose.
C. gloeosporioides and C. fragariae usually cause petiole and stolon lesions
and crown rot on strawberry but may also produce fruit symptoms (Smith,
1998). C. acutatum is predominantly on flowers and fruits inducing rotting,
and causing the most yield reduction worldwide.

In other to develop recommendations for the management of the disease,
we assessed the efficacy of several fungicides in reducing disease incidence.
The best fruit protection was achieved by fungicides metiram + piraclostrobin,
captan FL and fludioksinil + ciprodinil. Less effective were Benomil and Kre-
zoksim-metil. Benomil was not good in anthracnose control in Ohio (Ellis,
2004), nor was it in our trials in sour sherry anthracnose control (Ivanovid¢
& Ivanovié, 1992). Various fungicides were assessed for their ability to
control strawberry anthracnose caused by C. acutatum in Israel (Freeman et
al., 1997), and anthracnose of immature bell peppers in Ohio (Melanie et
al., 2004). In Florida, strawberry anthracnose management is based on the use
of Captan or thiram by regular weekly application (Mertely & Peres,
2005).
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AHTPAKHO3A, HOBA BOJIECT JAIT'OAE ¥ CPBUIU
N BbEHA KOHTPOJIA ®YHI'MIWUINMA

Mupko C. MBanosuh!, bojan b. Iynyk?, Muinan M. MBanosuh!,
Mupocnas C. MiBaHoBuh?
I TlossornipuBpennu daxynrer, Hemamuna 6, beorpan—3emyH, Cpouja
2 IHCTUTYT 3a TeCTULMAEC WM 3allTUTY JKUBOTHE CPEIMHE,
banarcka 30, 3emyn, CpOuja
3 Syngenta Agro Services AG, Kocre I'aBpunosuha 2/111, Beorpan, Cpouja

Pe3nme

AHTpakHO3a je AeCTPYKTMBHA 0OJIECT IIJIONOBA jarofe y TOMJIMM UM KOHTMHEHTAJI-
HUM KIMMaTtckuM yciaoBuma. Toxkom 2004. roguHe, Ha 2 IUIaHTaXKe jarofa y OJIM3UHU
BasbeBa, OMII0 je BeJIMKUX TyOMTaKka MPOY3pOKOBAHMX aHTPAKHO30M. JlBa u3osara ribu-
Ba I'T-6A u IT-JYII cy m3osoBaHa M3 CTOJOHA jaroae, W IUIOAOBA Ca M3PAKEHUM
CUMIITOMUMA aHTpakHOo3¢. Ha ocHOBY MOp(MOJIOIIKUX U TATOJIOIIKUX KapaKTepUCTHKa,
u TP ananuse ca crielmdUYHUM TIpajMepruMa 3a pedepeHTtHe Bpcte, nsonar I'T-6A
je unentuduxoBaH kao Colletotrichum gloeosporioides, a uzonat I'T-JVII kao C. acu-
tatum. OBo je mipBu Hana3 C. acutatum Ha jaronu y Cpouju.

VY 1usby KOHTPOJIE aHTPaKHO3€ jaroje et (PyHruuuaa U HbUXOBUX KOMOMHALMja
Cy mpuMemeHM 4 TyTa TOKOM IBeTara. Hajoosba 3aiiTvra mjiomoBa jarojae je mocTur-
HyTa mpuMeHoM ¢yHrunmaa Metiram + piraclostrobin (Cabrio top), Captan FL u Flu-
dioksinil + ciprodinil (Swich). Mamwe edextuBHU cy 6win Benomil (Benlate) u Kre-
zoksim-metil (Stroby).

[laToreH ce mpeHOCH CagHUM MaTepUjaJioM Ma cy (UTOCAaHUTapHE Mepe Beoma
Ba)KHE y MPEBEHLIUjU OOJECTH.
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CHARACTERISTICS OF PHOMOPSIS SP. ISOLATES
OF PLUM TREES ORIGIN

ABSTRACT: Twelve isolates of Phomopsis sp. were obtained from the branches and
the trunk of plums (Prunus domestica L.) with decay symptoms in Valjevo, Ljig, Koceljeva
and Ub vicinity during 2004—2006. Morphological, pathogenic and growing characteristics
were studied. Pathogen caused tissue necrosis of branches around the inoculate seats, and
wrinkling and watering of plum fruits. All media were suitable for pathogen development,
except prune agar. The best growth of isolates was at medium pH 5,5. The optimal tempe-
rature for growth and germination of pycnidiospores was 25°C.

KEY WORDS: development, morphology, pathogenisity, Phomopsis sp., plum, Pru-
nus domestica

INTRODUCTION

The plum (Prunus domestica L.) is the most frequent fruit tree in Serbia.
During the middle of the *90s of the 20" century, a new plum disease occur-
red. It caused wilting and decay of young plum trees in the orchards. It has
been first registered in the vicinity of Valjevo on cv. Stenly and PozZegaca. In
some orchards more than 40% of plum trees were diseased. Later on, the dise-
ase was spread on the other cultivars, expec1a11y on cv. Calanska lepotlca and
Caganska rodna. This disease occurred also in the other plum growing area.
From the samples of diseased plum brunches, Stojanovic¢ et al. (2004)
isolated fungi belonging to the following genera: Cytospora, Phomopsis, Spha-
eropsis, Seimatosporium and Fusarium. As the obtained isolates showed exten-
sive virulens and aggressivnes to plum branches, the investigations of some
characteristics of pathogen isolates were conducted.
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MATERIAL AND METHODS

The samples of diseased plum branches were collected in Valjevo, Ljig,
Koceljeva and Ub vicinity during 2004—2006. Isolation of pathogen was car-
ried out by cutting the fragments of cca 0.5 cm? from the border of diseased
and healthy plum tissues. The fragments were surface sterilized with 3% Na-
OCL for 3 minutes, and transferred on potato dextrose agar (PDA). From nu-
merous isolates obtained, 12 were chosen for further investigations and were
designated as SL-1, SL-M, SL-T-1, SL-B-2, SL-Br-2, SL-K-1, SL-K-3, SL-K-4,
SL-K-5, SL-K-7, SL-K-8 i SL-U-4.

Morphology of pathogen was studied on infected branches and on nutri-
ent media. A variety of mycological media supported the growth of plum Pho-
mopsis cultures, including PDA, Czapek-Dox agar (CA), oatmeal agar (OA),
malt extract agar (MA) and prune agar (PA). The cultures were incubated in
90 mm Petri dishes at 25°C in darkness, for 7 days.

Pathogenicity studies were conducted on (1) young green branches of
plum cvs. Stenly, PoZega¢a, Cacanska rodna and Cacanska lepotica in the fi-
eld, (2) one-year-old shoots of cv. Stenly 30 cm in length, which were drived
into wet sterile sand in tin containers, and (3) plum fruits of cv. Stenly under
laboratory conditions. A V-shaped incision was made at 45°-angle to expose
the tissue under bark of green branches and shoots. An agar plug (0,5 cm?),
containing young hyphae from 10-day-old culture of a Phomopsis sp., was pla-
ced in the incision and wrapped with moist sterilized cotton wool and para-
film (Weingartner and Klos, 1975). Control branches and shoots were
wounded in the same way and inoculated with blocks of sterile PDA. The pa-
rafilm and cotton wool were removed 10 days after the inoculation, and the di-
sease development was evaluated by measuring the tissue necrosis length after
6 weeks. Plum fruits were washed with tap water, surface sterilized by 70%-
-ethanol, washed with distilled water, and mycelial fragments were put into
wounds made with sterile needle. Control fruits were wounded in the same
way and inoculated with blocks of sterile PDA. Inoculated plum fruits were
placed in glass dishes (30 cm in diameter) and covered with wet filter paper.
The dishes were wrapped in plastic bags for two days and then stored under
laboratory conditions (Arsenijevic¢ et al.,1995).

The colony growth on PDA and the conidial germination were examined
at temperature range from 5° to 35°C, with 5°C intervals, in the darkness. Ef-
fect of medium pH on the pathogen development was studied on PDA which
was adjusted with 0,1 M NaOH or 0,1 M HCI to pH 3.5, 4.0, 5.5, 4.0, 8.5 and
9.5. Colony diameter was measured 7 days after the inoculation. The conidia
in water drops (0,2 ml) on microscope slides were placed in Petri dishes with
wet filter paper and incubated for 18 hours, since the high percentage of coni-
dial germination at all temperatures, after the incubation of 24 hours, was fo-
und in the preliminary germination tests.
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RESULTS

Symptoms. The first symptoms were expressed in the stage of flowering
and leaf forming. Leaves were smaller and chlorotic, while later both leaves
and flowers became necroted, if the infection was centered around the flower
buds and leaf petioles. If the infection started around the vegetative buds, it re-
sulted in young shoots becoming diseased and necroted (Fig. 1 a). On the stem
and the main branches necrotic sunken lesions occurred, the bark longitudi-
nally cracked, and cankers were formed (Fig. 1 b). The necrotic lesion expan-
ded rapidly, disrupted the vascular tissues, and caused the shoot to wilt and die
(Fig. 1 ©).

Fig. 1 — Necrosis of current season’s shoot of plum resulting from infection
started around vegetative bud (a); Elongate canker and numerous pycnidia
on diseased plum branches (b); Brown tissue necrossis under the bark
removed from the diseased plum branches (c).

Morphology. Colonies were farinaceous, or woolly to cottony, white or
whitish, pale to light brown or pale greyish (Fig. 2 a). Conidiomata was pycni-
dial, stromatic, dark brown to black, single or aggregated, often botryose in
culture, uniloculate, over 500 mm in diameter (Fig. 3 a-d). The a-conidia in all
12 isolates were hyaline, fusiform to ovate, straight, aseptate, and frequently
biguttulate, with average size 7,3 x 2,5 um, and little variation in shape or size
between the isolates. The B-conidia were filiform, sigmoidal, hyaline, with
average size 23.7 x 1,3 um (Fig. 2 b-c).
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Fig. 2 — Colonies of Phomopsis sp. isolates from plum 7 days after incubation
on PDA at 25°C (first upper row: SL-1, SL-M and SL-T-1, second row: SL-B-2,
SL-Br-2 and SL-K1, third row: SL-K-3, SL-K4 and SL-K-5, fourth row: SL-K-7,
SL-K8 and SL-U-4) (a); Alfa and beta conidia of isolate SL-U-4 (x 600) (b);
Alfa conidia of isolate SL-K-1 (x 1000) (c).
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Fig. 3 — Cross section of pycnidium formed on plum branches (a); Cross section of
pycnidium formed on stromatic structure on PDA (b); Botriose pycnidium on PDA (c);
Cirri produced by pycnidia on PDA (d).

Pathogenicity. All isolates showed extensive virulens and aggressivnes to
plum branches and fruits. Inoculated young green branches in the field, and
the one-year-old shoots under laboratory conditions, showed necrosis of bark
tissue around inoculate seats. Isolates SL-1, SL-T-1, SL-Br-2, SL-K-1, SL-K-3,
SL-K-4, and SL-U-4 and SL-B-2, SL-Br-2, SL-M and SL-T-1 showed the gre-
atest pathogenicity in the laboratory and field test respectively, after 6 weeks
(Fig. 4 a-b). On the vertical sections of infected shoots the brown necrosis of
woody tissue could be seen.

7 days after inoculation, plum fruits showed settled necrotic spot around
the inoculation seat. Later on, the fruits became wrinkled, and after 15 days
they were completely wrinkled and watery. Control fruits were healthy and
fresh. The numerous pycnidia were formed on the inoculated plum fruits. Even
the isolate SL-M, which did not form pycnidia in culture, formed abundant co-
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nidimata on inoculated plum fruits. The pathogen was reisolated from the ino-
culated shots, branches and plum fruits (Fig. 4 c-d).

Fig. 4 — Necrosis of bark 6 weeks after artificial inoculation of green plum braches
with isolate SL-B-2 in the field (a); Longitudinal section of plum shoots artificial infected
in laboratory conditions (from left to right: control, SL-1, SL-M and SL-T-1) (b);
Cultures obtained by pathogen reisolation from artificial inoculated green plum branches
with isolate SL-B-2 (c) and plum shoots with isolate SL-K-3 (d).

Pathogen development in vitro. All media tested, except PA, were favo-
rable for pathogen development (S1. 5 d). The majority of isolates had the best
growth on PDA. For isolates SL-T-1, SL-K-4 and SL-U-4, SL-B-2 and SL-K-7
and SI-K-3 the most suitable media were CA, MA and OA, respectively. The
average radial growth (mm) of tested isolates was 30.0—71.8, 27.5—60.7,
42.2—60.8, 41.7—71.2 1 25.7—63.3 on PDA, PA, OA, CA and MA, respecti-
vely. Isolate SL-K-4 had the slowest growth on all media tested. None of the
mediums was suitable for pycnidial formation of isolates SL-M and SL-B-2.
All isolates formed sparse pycnidia on PA. The abundant pycnidial formation
was on CA (isolates SL-1, SL-K-3, SL-K-4, SL-K-7, SL-K-8 and SL-U-4), on
OA (isolates SL-T-1, SL-K-1, SL-K-5 and SL-U-4), on MA (isolates SL-T-1,
SL-K-1, SL-K-4, SL-K-5 and SL-U-4) and on PDA (isolates SL-K-4 and
SL-K-5).

The optimal temperature for pathogen radial growth was 25°C, except for
isolates SL-1 (20—25°C) and SL-U-4 (20°C). Minimal and maximal tempera-
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tures for the growth of all isolates were 5°C and over 35°C, respectively (SI. 5
a). The average radial growth (mm) of tested isolates was 5.0—5.5, 6.0—10.2,
14.2—36.7, 26.5—60.2, 35.0—71.8, 12.2—33.7 and 5.2—12.2 at 5, 10, 15,
20, 25, 30 and 35°C, respectively. Temperature in the range of 20—25°C was
the most favorable for the formation of pycnidia, but for isolates SL-T-1,
SL-Br-2, SL-K-5 and SL-U-4 temperature of 15°C was also suitable. The ot-
her tested temperatures were unfavorable for pycnidial production.

The pathogen growth was the largest at medium pH 5,5 (SI. 5 c¢). The
average radial growth (mm) of tested isolates was 11.5—29.0, 34.0—64.2,
56.7—88.3, 32.8—71.5, 21.5—53.8 and 18.5—42.5 at pH 3.5, 4.0, 5.5, 7.0,
8.5 and 9.5, respectively. The isolates SL-1, SL-K-1, SL-K3 and SL-K-5 did
not produce pycnidia at pH 3,5. Medium pH seems to have no effect on the
production of pycnidia. Mostly pH values in the range of 4.0—7.0 were
equally suitable for pathogen sporulation, but for isolate SL-U-4 the maximal
pycnidial formation occurred at pH 8,5.
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Fig. 5 — Pathogen development in vitro. Cultures growth at different temperature (a);
Effect of temperature on conidial germination (b); Cultures growth at different pH of
medium (c); Pathogen development on different media (d).

The greatest conidial germination occurred at 25°C, except for the isolate

SL-1 (20°C). Minimal and maximal temperatures for conidial germination of
all isolates were between 5 and 10°C and over 35°C, respectively (Fig. 5 b).
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Germinating conidia produced 1—2, rarely 3, terminal, subterminal or basal,
rarely lateral germ tubes. The average percentages of conidial germination
were 9.0—19.0, 32.8—72.8, 71.4—96.4, 76.4—100.0, 36.4—75.0 and 4.0—
22.4 at 10, 15, 20, 25, 30 and 35°C.

DISCUSION

Disease symptoms expressed on plum trees in Serbia were similar to tho-
se described by Harris (1988) in the United Kingdom, which were caused
by Diaporthe perniciosa. Recently, an anamorph of this fungus (Phomopsis
perniciosa) was described as a rot pathogen of storaged apple fruits in Serbia
(Arsenijevi¢ and Gavrilovié, 2005).

According to morphology, the isolates from plum trees in Serbia belon-
ged to genus Phomopsis. The species from this genus were described as the
bark pathogens of numerous hosts in our country (Arsenijevic, 2005), but
plum was not mentioned.

Distinct differences in the colony morphology (color, texture and frui-
ting), pathogenicity and development at different media, temperature and pH,
were observed between the Phomopsis isolates from plum. Variability in Dia-
porthe perniciosa from plum was noted before (Caley, 1923 loc. cyt. Har-
ris, 1988).

Diaporthe ambiqua was identified as a cause of cancer disease in apple,
pear and plum rootsocks in South Africa (Smit et al., 1996). Uddin et al.
(1998) showed that apple, plum and pear were susceptible to the pathogen
Phomopsis sp., causing shoot blight of peach in Georgia, USA. They conclu-
ded that the isolates of Phomopsis from peach were not host-specific. Phomop-
sis perniciosa from fruits and P. mali from branches of plum, sour cherry and
sweet cherry were isolated in Lithuania (ValiusSkaite, 2002).

Further investigations should be conducted in order to identify pathogen
at species level, as there are three species of genus Phomopsis isolated from
plum.
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KAPAKTEPUCTUKE N30JIATA PHOMOPSIS SP.
ITOPEKJIOM CA IIJbUBE

Csetnana T. JKuskosuh!, Cama [I. CrojaHoBuh!,
Jenuua Banax?, Bemko I1. I'aBpuiopuh!
I UHCTUTYT 3a 3alITUTY OMJba M KUBOTHY cpeauHy, Teomopa JIpajsepa 9,
11000 beorpam, Cpbuja
2 [lomonpuBpenHu GdakyireT, JemapTMaH 3a 3aIITUTy OW/ba W JKWBOTHE CPEIMHE,
Tpr Hocureja Obpamouha 8, 21000 HoBu Canm, Cpbuja

Pesnume

[ BaHaect usonara Phomopsis sp. 100MjeHO je ca rpaHa U crabisa 1uubuBe (Prunus
domestica L.) ca cumnTomMuMa mponanara y okoiuHu Bamesa, Jbura, Koiemee u
V6a Toxom 2004—2006. rogune. IpoydeHe cy MOPGOIIONIKE, MTATOTEHE U OATrajuBayKe
OIIJTUKE OBUX M30JIaTa.

IIpBU cuMITOMM youaBajy ce y BpeMe liBeTarba M JIMCTarba IIJbMBE YKOJUKO Ce
uHdekMja gecusia y OJU3MHM TyNo/baka U OCHOBE JIMCHMX TETeJbKU. Y TOM Clydajy
JINCTOBU Cy CUTHUjU W XJIOpOTMYHM. KacHUje M JUCTOBM M 1LIBETOBM HEKPOTUDPAj)y WU
cyuie ce. Tek ¢opMupaHu MiIaay U3AaHLM 000JbEBajy, MOCTAjy HEKPOTUYHU U TpOIa-
najy. Ha rpanama u crabiy ¢dopmupajy ce yJaerHyTe HEeKpOTUYHE Tiere, Koje ce Op3o
mMpe M y OKBUPY KOjUX Kopa y3Oy)KHO Mylia, Tako aa ce dopmupajy pak-pane. He-
Kpo3a ce IIMpM Ha APBEHACTH Jeo, TAe OwWBajy 3axBalieHM CIIPOBOAHU CYIOBH, IITO
JoBoav o yBeHyha M M3yMupama TpaHa.

[laToren ce mo6po pa3Buja Ha CBMM IMOJjIloramMa, OCMM Ha TMOIJIO3U Ol CYBUX
uubKBa. [lomnore umja je pH 5,5 mokasane cy ce kao HajOoos/be 3a MMOPACT MATOIEHA.
Temnepatype on 25°C cy HajIIoBOJbHHUjE 3a Pa3BOj MATOreHa M KJIMjaBOCT KOHUOM)A.

91






36opuuk Matuue cprncke 3a npuponHe Hayke / Proc. Nat. Sci., Matica Srpska Novi Sad,
Ne 113, 93—102, 2007

UDC 633.11:631.531:632.4(497.11)

Slavica Z Stankovidé, Jelena T. Levid,
Vesna S. Krnjaja®>, Aleksandra S. Bocdarov-Stancic,
Sonja L Tanc¢i® Tamara M. Kovacevic!

I Maize Research Institute, Zemun Polje, Slobodana Bajica,

11185 Belgrade, Republic of Serbia
2 Institute for Animal Husbandry, Autoput 16, 11081 Belgrade, Republic of Serbia
3 Holding Company “Center for Bio-Ecology”, Petra Drapsina 15,

23000 Zrenjanin, Republic of Serbia

FREQUENCY OF TOXIGENIC FUSARIUM SPECIES
AND FUSARIOTOXINS IN WHEAT GRAIN IN SERBIA

ABSTRACT: A total of 88 and 40 wheat samples collected immediately prior to har-
vest in 2005 and 2006, respectively, under different agroecological conditions, were studied
in respect to the occurrence of Fusarium spp. and the production of fusariotoxins. The grea-
test number of samples was infected with species of the genera Fusarium (81.8 and 65.0%),
and Alternaria (36.3 and 17.5%) with the intensity ranging from 9.4 to 84.0% in 2005 and
from 23.4 to 80.6% in 2006. Out of 13 identified species belonging to the genus Fusarium,
F. graminearum had the highest frequency (35.2 and 12.5%) and the intensity up to 67.2%,
and 21.9%, in 2005 and 2006, respectively, followed by F. poae, but only in 2005 (20.4%),
and F. proliferatum in 2006 (19.7%). The natural occurrence of mycotoxins in positive
samples varied from 37 to 331 ppb for zearalenone and from 31 to 125 ppb for diacetoxys-
cirpenol (DAS) and T-2 toxin. The concentration of mycotoxins amounted, on average, to
133.4, 61.0 and 45.7 ppb for zearelenone, DAS and T-2 toxin, respectively.

KEY WORDS: diacetoxyscirpenol (DAS), Fusarium spp., T-2 toxin, wheat, zearale-
none

INTRODUCTION

The Fusarium species predominantly found associated with Fusarium
head blight (FHB) in wheat and other cereals all over Europe are F. graminea-
rum, F. avenaceum and F. culmorum. Among the less frequently encountered
species are several others which are less pathogenic or opportunistic, but also
toxigenic. These include F. cerealis (Cooke) Sacc., F. equiseti (Corda) Sacc.,
F. sporotrichioides Sherb., F. tricinctum (Corda) Sacc., F. acuminatum Ell. &
Ev., F. subglutinans (Wollenw. & Reinking) Nelson, F. solani (Mart.) Appel
& Wollenw. and F. verticillioides (Sacc.) Nirenberg (syn. F. moniliforme
Scheldon) (Bottalico and Perrone, 2002). However, F. poae (Peck)
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Wollenw. and F. subglutinans prevail in the Netherlands, Belgium, Switzer-
land, France and Austria, whereas F. tricinctum, F. equiseti and F. acumina-
tum are significantly less frequently encountered species (Mauler-Ma-
chnik and Suty, 1997, Muler and Reiman, 1997; Parry et al.,
1995; Waalwijk, 2002). F. avenaceum, F. poae, F. tricinctum and F. gra-
minearum are prevalent in Norway, Sweden and Finland (Kosiak et al,
2003; Langseth et al., 1997).

According to the global studies, approximately 25% of cereals are conta-
minated with mycotoxins, and this percentage is even higher if certain myco-
toxins such as deoxynivalenol and fumonisin, are taken into consideration, or
if unidentified mycotoxins, whose presence has been established by biological
tests, are also included (Logrieco et al., 1992; Bottalico, 1998). The
most frequently encountered Fusarium mycotoxins in FHB have proved to be
deoxynivalenol (DON) and zearalenone (ZEA), produced by F. graminearum
and F. culmorum. The increased production of the T-2 toxin and diacetoxys-
cirpenol (DAS) is attributed to sporadic epidemics of F. sporotrichioides and
F. poae (Bottalico and Perrone, 2002).

The prevalence of the genus Fusarium has been determined on wheat
grain in Serbia too, but the composition and the intensity of occurrence of cer-
tain species have been varying over years (BalaZz et al.,, 2003; Dopuda
and Levi¢, 2004). F. graminearum or F. culmorum have been prevailing on
wheat grain in various periods since the 1960s, although F. graminearum was
encountered each year in higher or lower intensity, which was not the case
with F. culmorum (Levic¢ et al.,, 2004).

Although species of the genus Fusarium have been mainly isolated from
maize and wheat grain in Serbia, studies on the natural occurrence of fusario-
toxins in feed have been much more numerous (Levic¢ et al., 2004). Accor-
ding to these authors the data related to the natural occurrence of zearalenone
(ZEA) and T-2 toxins are the most numerous, while there is a smaller number
of data related to diacetoxyscirpenol (DAS). Little work has been done in
studying the natural presence of deoxynivalenol (DON); there have not been
any studies on its derivates and just a few on fumosions, which is not in ac-
cordance with the widespread distribution of producers and favourable conditi-
ons for biosynthesis of these mycotoxins during certain years.

With the aim to determine the intensity of the occurrence of species of
the genus Fusarium, and the natural appearance of fusariotoxins in wheat
grain, studies were carried out on the samples collected under different agroe-
cological conditions in Serbia in 2005, the year that favoured FHB, and in
2006, the year that did not favour FHB.

MATERIAL AND METHODS
Fungal isolation and determination

Samples of wheat spikes of 12 varieties were collected immediately prior
to harvest at 22 and 10 locations in 2005 and 2006, respectively. The samples
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were drawn diagonally from each plot, each sample from an area of 50 x 50
cm (0.25 m?). Thirty two kernels from each sample were analysed in four re-
plications. Eight kernels, each surface sterilised with 1% of sodium hypochlo-
rite and rinsed with distilled water were placed on the water agar (WA) in
10-cm Petri dishes, and incubated under indoor conditions for seven days. Re-
sulting colonies were purified by the procedure of obtaining single-spored cul-
tures that were then used for the identification of Fusarium spp. Single-spored
cultures were subcultured on the potato dextrose agar (PDA), carnation sterili-
sed leaf-fragment agar (CLA) and synthetic nutrient agar (SNA). Cultures on
the PDA were incubated in the dark at 25 + 1°C, while cultures on the CLA
and SNA were incubated under fluorescent and near ultraviolet light for 12
hours at 25 + 1°C, and in the dark for 12 hours at 20 + 1°C. The identification
of the obtained species was done according to Nelson et al. (1983) and
Burgess et al. (1994). Fungal cultures not belonging to species of the ge-
nus Fusarium were also grown on the three stated media and were identified
according to Ellis (1971) and Watanabe (1994).

Identification of fusariotoxins

Mycotoxicological analyses were performed on the wheat samples that
had been ground to powder granulation. Zearalenone (ZEA) was determined
by the multitoxin method developed by Balzer et al. (1978). The type-A
trichothecene (T-2 toxin and diacetoxyscirpenol-DAS) were isolated and puri-
fied by the method of Romer et al. (1978), whereas thin layer chromato-
graphy of T-2 toxin and DAS was done according to Pepeljnjak and
Babic¢ (1991).

RESULTS AND DISCUSSION
Mycopopulations on wheat grain

The mycopopulation on wheat grain differed over years in both the com-
position and the frequency of certain species, as it was expected due to
weather conditions in these two years. Temperatures and precipitation in the
wheat flowering period in 2005 favoured the FHB development, while the sa-
me period in 2006 was characterized with a much lower amount of precipita-
tion than the long-term mean.

Out of 12 identified fungal species, species belonging to the genus Fusa-
rium were isolated from the greatest number of samples in both years, 2005
and 2006 (81% and 65%, respectively) and with a high frequency (67.2% and
21.9%, respectively) (Table 1).
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Tab. 1 — Frequency (%) of fungal species originating in wheat grain collected at different locati-
ons in Serbia in 2005 and 2006

2005 2006

No. Species PSa Frequency (%) PSa Frequency (%)
(%) Min Max (%) Min Max

1. Acremonium spp. 7.9 0.78 2.30 10.0 1.6 14.1
2. Alternaria spp. 36.3 9.4 84.0 17.5 234 80.6
3. Aspergillus spp. nd nd nd 5.0 1.6 7.8
4. Bipolaris spp. 10.2 0.78 1.56 2.5 0.8 0.8
5. Cladosporium spp. 6.8 0.78 3.90 2.5 0.8 0.8
6. Chaetomium spp. 12,5 1.5 20.30 5.0 0.8 20.3
7. Epicoccum spp. 4.5 0.78 1.56 10.0 1.6 7.8
8. Fusarium spp. 81.8 0.78 67.20 65.0 0.8 21.9
9. Mucor spp. nd nd nd 7.5 1.6 7.8
10.  Penicillium spp. nd nd nd 12.5 2.5 3.1
11.  Phoma spp. 2.2 0.78 1.56 nd nd nd
12.  Trichoderma spp. nd nd nd 2.5 3.9 39

a Positive sample (PS) — percentage was estimated on the basis of samples in which the fungus
had been identified
nd — no data

Although percentage of species of the genus Alfernaria was not high
(36% and 17.5%), the frequency (84% and 80.65%) was. Other pathogenic
and toxigenic fungal species, such as Penicillium spp. and Aspergillus spp.,
were isolated in 2006 in the amount of 12.5%, i.e. 5% of samples with the in-
tensity of 3.1%, i.e. 7.8%. Besides the stated species, Chaetomium spp. and
Acremonium spp. (up to 20.3% and 14.1%, respectively) prevailed in certain
samples.

Previous studies (MiloSevic et al.; 1995; Dopuda and Levid,
2004) show a similar frequency of all three fungal genera on wheat grain in
Serbia. Balaz et al. (2003) state a significantly lower frequency of Fusa-
rium spp. on wheat grain (11.3—20.6%), as well as of Asspergillus spp. (0—
1.2%) and Penicillium spp. (0—8.9%). According to these authors species of
the genus Alternaria spp. (up to 86.8%) prevail.

The occurrence of species of the genus Fusarium on wheat grain

F. graminearum was a prevalent species of the genus Fusarium, and was
isolated from the greatest number of samples in 2005 and 2006 (35.2% and
12.5%, respectively) with a very high frequency (up to 67.2%) (Table 2).
Bocarov-Stancic¢ (1996) also states that this species was prevalent on
wheat grain harvested in semi-humid year of 1991. In contrast to these results,
Stojanovidé et al. (2002) stated that F. oxysporum (19.44—25%) was a
prevalent species, although they determined the presence of F. graminearum in
wheat at all observed locations with the frequency of 2.78—15.38%.
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Tab. 2 — Frequency of fungal species originating in wheat grain collected at different locations in
Serbia in 2005 and 2006

2005 2006

No. Species PSa Frequency (%) PSa Frequency (%)
(%) Min Max (%) Min Max

1. F. arthrosporioides 1.1 0.8 0.8 7.5 0.8 5.5
2. F. avenaceum 2.2 0.8 3.3 5.0 0.8 3.1
3. F. equiseti 22 0.8 1.6 5.0 0.8 0.8
4. F. culmorum 0.0 0.0 0.0 2.5 0.8 0.8
5. F. graminearum 352 7.1 67.2 12.5 39 21.9
6. F. poae 204 0.8 6.3 7.5 0.8 2.4
7. F. proliferatum 34 0.8 7.8 20.0 0.3 19.7
8. F. semitectum 2.2 0.8 0.8 nd nd nd
9. F. sporotrichioides 22 0.8 0.8 5.0 0.8 0.8
10. F. subglutinans 4.4 0.8 3.2 2.5 0.8 0.8
11. F. tricinctum 1.1 2.3 2.3 2.5 2.3 2.3
12.  F. verticillioides 7.0 0.8 3.2 7.5 0.8 2.4
13. Fusarium spp. 33.0 0.1 0.2 7.5 24 39

a Positive samples (PS) — percentage was estimated on the basis of samples in which the fungus
had been identified
nd — no data

The species F. poae was isolated in a higher percentage of samples
(20.4%) and with a higher frequency (up to 6.3%) in the first, than in the se-
cond year of the investigation.

If the occurrence of the remaining Fusarium spp. is observed, the diffe-
rence over years is perceived (Table 2). The species F. proliferatum was isola-
ted in the range of 0.8%—7.8%, i.e. 0.3—19.7% in 2005, i.e. 2006, respecti-
vely. The number of samples infected with F. verticillioides was approxima-
tely equal (7.0% and 7.5%) in both years, but the intensity was higher in 2005
than in 2006 (3.2% vs. 2.4%). The occurrence of F. arthrosporioides, F. ave-
naceum, F. culmorum, F. equiseti, F. sporotrichioides, F. subglutinans and F.
tricinctum was determined in the range from 0.8% to 3.2%.

Our results are in accordance with the results obtained by Dopuda and
Levié¢ (2004) who studied the mycobiot of wheat grain during 2002 and
2003 especially in regard to varying of certain species during the years of the
investigation. These authors determined that species of the genus Fusarium
prevalent in 2002 were F. graminearum (up to 61%) and F. verticillioides (up
to 10%), and in 2003 were F. poae (up to 12%) and F. prolifearatum (5%),
whereas the prevalence of remaining Fusarium spp. ranged from 4—5% (F.
sporotrichioides) to 1—3% (F. acuminatum, F. avenaceum, F. culmorum, F.
equiseti, F. oxysporum, F. tricinctum).
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Natural occurrence of fusariotoxins in wheat grain

The natural occurrence of zearalenone and trichothecene (DAS, T-2 toxin)
in wheat grain varied in dependence on a variety and agroecological conditi-
ons of locations at which wheat was grown in 2005 (Table 3).

Tab. 3 — Natural occurrence of fusariotoxins in grain of different wheat varieties grown under
various agroecological conditions in Serbia in 2005

Mycotoxin contents (ppb)

Sample Variety Location Trichothecenes

code 7ZEA

DAS T-2
234 Dragana Pirot 74 31 31
164 Evropa Sombor 0 75 50
167  Evropa Gredetin 0 0 0
216  Evropa Krsmanovci 0 37 0
208  Evropa-90 Bac 147 0 0
172 Evropa-90 Kikinda 331 0 0
162 Evropa-90 Sombor 37 0 0
169  Evropa-90 Lipnic¢ki Sor 0 62 31
212 Evropa-90 Veliki Radinci 0 0 62
222 Kg-20 Zobnatica 0 0 0
207  Kg-20 Zemun 184 0 0
210 Mina Backi Petrovac 258 0 0
151  Pahulja Zemun Polje 74 0 0
219  Pesma Magli¢ 0 0 0
223 Pesma Zobnatica 37 0 0
170  Pobeda Runjani 147 0 0
150  Pobeda Zemun Polje 0 31 31
175  Pobeda Kovin 184 0 0
213 Pobeda Nova Pazova 0 0 31
214  Pobeda Stari Banovci 74 0 0
215  Pobeda Sremska Mitrovica 37 0 0
155  Renesansa Zemun Polje 0 125 50
163 Renesansa Sombor 147 0 0
174 Renesansa Kikinda 138 0 25
209  Renesansa Rimski Sancevi 110 0 31
211  Renesansa Veliki Radinci 147 62 0
217  Renesansa Zobnatica 37 0 0
220  Renesansa Despotovac 110 0 31
165  Simonida Loznica 0 125 125
153  Takovcanka Zemun Polje 138 1 50
152 Zitka Zemun Polje 257 0 0

Zearalenone was determined in 20 samples in the range from 37 to 331
ppb or in 64.52% of the samples with the average for positive samples of
133.4 ppb. The presence of zearalenone was determined in three most cultiva-
ted varieties in Serbia (Evropa-90, Pobeda and Renesansa), in the majority of
studied locations with the average for positive samples of 171.67, 110.50 and
114.83 ppb. Contamination in a high number of wheat grain samples (78%)
with ZEA (160—500 ppb) was also recorded by Stojanovi¢ et al. (2002),
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who analysed the three varieties (Evropa 90, Kg56S and Nora) in two trial
spots. Mesterhazy (1997) states that a plant genotype is of a great im-
portance in the accumulation of toxins and that generally less total toxins, are
produced in more resistant cultivars.

The presence of zearalenone is not surprising, as Fusarium spp. (Tabela
2) were isolated from the analysed samples. According to Marasas et al.
(1984) these species can biosynthesise the same fusariotoxin under certain eco-
logical conditions. This statement is also confirmed by our previous in vitro
studies on the ZEA production in the F. oxysporum isolates from which grain
contaminated with the same mycotoxin in the amount of 1540 ppb, Boc¢a-
rov-Stancic¢ et al. (2003).

Out of 31 wheat grain samples, DAS was determined in nine samples in
the range from 31 to 125 ppb, or in 29.03% of the samples with the average
of 61.0 ppb for positive samples (Table 3). The T-2 toxin was determined in
the same range as DAS in 12 samples, but its presence was greater (38.72%)
and while the average for positive samples was smaller (45.7 ppb). DAS and
T-2 toxin were simultaneously identified in six samples (19.35%), and indivi-
dually in two, i.e. six samples, respectively.

The presence of these trichothecenes is not surprising considering that the
species F. avenaceum, F. equiseti, F. culmorum, F. sporotrichioides and F. tri-
cinctum (Table 2) isolated from wheat, harvested in 2005 and 2006, can bio-
synthesise type-A trichothecenes under laboratory conditions, as it was conclu-
ded in our previous study Bocarov-Stancic¢ et al. (1986).

Gained data on the concentrations of zearalenone and T-2 toxin in wheat
grain in 2005 were lower than those found in the literature. Stojanovi¢
(1999) determined the natural occurrence of zerelenone in 87.5% of wheat
grain samples and with the concentration up to 500 ppb, while Bocarov-
-Stancic¢ et al. (1998) detected T-2 toxins in 33 of the samples with the
concentration in the range from 500 to 750 ppb.

CONCLUSION

The two-year studies (2005—2006) on the mycobiot of wheat grain show
that Fusarium spp. are widespread and prevalent fungi in Serbia (81.8—65.0%),
but that species of the genus Alternaria (84.0—80.6%) are more frequent.

F. graminearum is predominant Fusarium species that prevailed in wheat
grain in 2005 and 2006, not only by its distribution (35.2% and 12.5%, respec-
tively), but also by its intensity (67.2% and 21.9%, respectively). F. poae was
more frequent in 2005 (20.4%) than in 2006 (7.5%), but the intensity did not
exceed 6.3%. The species F. proliferatum was isolated in the range from 0.8%
to 7.8%, i.e. from 0.3 to 19.7%, in 2005, and 2006, respectively. F. verticillio-
ides was equally distributed during the both years (7.0% and 7.5%), but the in-
tensity was somewhat higher in 2005 than in 2006 (3.2% vs. 2.4%). The di-
stribution and intensity of the occurrence of remaining 10 identified species of
the genus Fusarium varied during the years of investigation.
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The analysis of 31 wheat samples, collected in 2005, shows that the natu-
ral occurrence of zearalenone, DAS and T-2 toxin was determined in 20
(64.52%), 9 (29.03%) and 12 samples (38.72%), respectively. The greatest
range and concentration (37—331 ppb) of determined mycotoxins were detec-
ted in zearalenone (133.4 ppb on average). This is in accordance with the di-
stribution and the intensity of the occurrence of F. graminearum, which is one
of the most important producers of this mycotoxin. Although 11 species of the
genus Fusarium, synthetising the type-A trichothecenes (DAS and T-2 toxin),
were identified in this study (in 2005), the natural occurrence of these myco-
toxins varied from 31 to 125 ppb. These results point out that the species of
the genus Fusarium originating in wheat from Serbia have a low potential for
synthesis of these fusariotoxins.
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Y 3PHY IMIIEHULE ¥ CPBUJN

Cnasuna K. Crankosuh!, Jenena T. Jlesuh!, Becna C. Kpmaja3,
Anexcangpa C. bouapoB-Cranunh?, Coma JI. Tanuuh3, Tamapa M. Kopauepuh!
I UucTutyT 3a KyKypy3 ,,3eMyH Ilosbe”, 3emyH Ilomwe, Cnobomana bajuha 1,
11185 beorpan, Perryonmmka Cp6uja
2 MuctutyT 3a ctoyapctBo, Ayromnyt 16, 11081 Beorpan, Pemy6onuka Cpouja
3 Al ,,buo-exomomiku tenrtap”, Ilerpa dpammmHa 15,

23000 3pewanuH, Penmyonuka Cpbuja

Pesume

Ocamuecer ocam u 40 y3opaka IILIEHULIE, MPUKYIJbEHUX HEIOCPEAHO Mpe. JKe-
By y 2005. 1 2006. TOAMHU y pa3IMUUTUM arpoeKOJIOIIKUM yciaoBuma y Cpouju, mpo-
yyaBaHM Cy paau npahemwa mnojase Fusarium spp. U cTBapamwa ¢y3apuoTokcuHa. Haj-
Behu Opoj y3opaka 610 je 3apakeH Bpctama pona Fusarium (81,8 m 65,0%), a 3aTum
ca Alternaria spp. (36,3 u 17,5%) ca untensurerom 9,4—84,0% y 2005. u 23,4—
80,6% y 2006. romuuu. Opn ykynHo 13 maeHTUdUKOBAaHUX BpcTa U3 poxa Fusarium
Hajyyectanuja je ouna F. graminearum (35,2 u 12,5%) ca uHteH3uteToM 10 67,2% y
2005. m mo 21,9% y 2006. romuuu, a 3atuMm F. poae, amu camo y 2005. romuHuU
(20,4%), n F. proliferatum y 2006. roguau (19.7%). IlpupoaHa 1ojaBa MUKOTOKCHMHA
y MO3UTUBHUM y3opLMMma je Bapupaia ox 37 go 331 ppb 3a 3eapaseHoH u ox 31 1o
125 ppb 3a nuauerokcucuuprnenon (JAC) u T-2 TokcuH. Y npoceky, KOHLEHTpaLuja
MHKOTOKCHHA je 6mima 133,4 ppb 3a 3eapenonoH, 61,0 ppb 3a JAC u 45,7 ppb 3a T-2
TOKCHH.
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PATHOGENICITY AND DIVERSITY OF VEGETATIVE
COMPATIBILITY OF FUSARIUM VERTICILLIOIDES

ABSTRACT: Pathogenicity of 10 Fusarium verticillioides isolates, originated from
grain of wheat (five isolates) and maize (five isolates), were studied under greenhouse con-
ditions. Based on different parameters of the pathogenicity estimate (a scale for % of none-
merged plants, % of survived plants, plant vigour — the growth and dry weight of roots
and epicotyls and disease severity) it was determined that all F. verticillioides isolates
expressed a different degree of pathogenicity. According to % of nonemerged plants six,
three and one F. verticillioides isolates expressed low, moderate and high deegre of patho-
genicity, respectively. All F. verticillioides isolates reduced the plant survival rate and vigo-
ur, while the disease severity ranged from 2.0 to 3.54. Two types of nit mutants, nit/ and
NitM, were obtained by the use of the method of vegetative compatibility. The frequency of
nit] mutants was greater (58.79%) than the frequency of NitM mutants (5.77%). A total of
10 vegetative compatibility groups (VCGs) of F. verticillioides were established in the com-
plementation tests. These results point out to a high genetic diversity of F. verticillioides
population.

KEY WORDS: Fusarium verticillioides, pathogenicity, vegetative compatibility

INTRODUCTION

Fusarium verticillioides (Sacc.) Nirenberg (syn. Fusarium moniliforme
Scheldon) is a widely distributed pathogen of maize (Zea mays L.) and many
other plant species. In Serbia, F. verticillioides, as a pathogen of grain, was
identified on maize, wheat and sorghum up to 77.8% (Levi¢ et al., 1997,
2003), 10% (Dopuda and Levid, 2004) and 7.5% (Levic et al., 2006),
respectively.

The epidemiological studies show that F. verticillioides has one compara-
tive advantage over other species of the genus Fusarium, especially in relation
to F. graminearum Schwabe, as it requires a greater range of temperatures
(Reid etal, 1999) and humidity (Schneider and Pendery 1983) for
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its development, hence the competitiveness of the fungus will not change in
different environments. It is typical of this species to colonise the plant tissue
and to remain at the dormant stage or at the endophytic stage, as long as the
tissue is healthy and active (Munkvold and Desjardins, 1997).

It is difficult to discuss with certainty the role of F. verticillioides in the
etiology of seedling diseases, as seedling infections and the disease develop-
ment are produced by the seed affected by a disease or a contaminated soil,
and depend on the temperature during the maize growing period (Komme -
dahl and Windels, 1981). F. verticillioides does not affect seed germina-
tion at the endophytic stage, but it affects the thickness, height, weight and le-
af length of seedlings developed from infected seeds (Y ates et al., 1997).
On the other hand, some strains of this fungus can even stimulate an earlier
growth of seedlings.

Levic¢ (2000) established that the frequency of occurrence of Fusarium
species is not always correlated with their effects on seed germination. Accor-
ding to this author, the following species are most often isolated from maize
grain: F. verticillioides (50.2%), F. subglutinans (Wollenw. & Reinking) Nel-
son (45.6%) and then F. proliferatum (Matsushima) Nirenberg (7.9%). How-
ever, germination of seeds infected with F. subglutinans, F. proliferatum and
F. verticillioides amounted to 15.3%, 23.4% and 32.6%, respectively.

The characterization of F. verticillioides isolates can be done on the basis
of the seedling pathogenicity test or vegetative compatibility, since it was de-
termined that isolates of the similar pathogenicity belonged to the same vege-
tative compatibility group (VCG) (Klein and Correll, 2001). Therefore,
if a rapid method of the VCG identification is developed and rapid analyses of
the population strain evaluation are provided, then the VCG pathogen strain
identification can replace the pathogenicity test, which is time — consuming
and requires specific, control led conditions, depending on a plant species.

Considering the economic importance of F. verticillioides, pathogenicity
of F. verticillioides isolates, originating in maize and wheat grown at different
locations in Serbia, to maize seedlings and their vegetative compatibility were
observed in this study.

MATERIAL AND METHODS
Fungal isolates

Ten isolates of F. verticillioides were used to perform pathogenicity and
vegetative compatibility tests. Five isolates originated from grain of commer-
cial maize hybrids grown in the vicinity of Belgrade—Zemun, and five isola-
tes originated from grain of wheat varieties grown at different locations in Ser-
bia (Table 1). Isolates were identified as F. verticillioides using of the proce-
dure outlined by Nelson et al. (1983) and Burgess et al. (1994).
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Tab. 1 — F. verticilioides isolates tested for pathogenicity to maize seedlings under greenhouse
conditions and vegetative compatibility

No. Isolate Origin Host
1. MGA-7 Belgrade—Zemun Commercial maize hybrid
2. MGD-4 Belgrade—Zemun Commercial maize hybrid
3. MGE-5 Belgrade—Zemun Commercial maize hybrid
4. MGG-13 Belgrade—Zemun Commercial maize hybrid
5. MGI-1 Belgrade—Zemun Commercial maize hybrid
6. MRIZP-201 Indija Evropa 90 (wheat variety)
7. MRIZP-237 Indija Pobeda (wheat variety)
8. MRIZP-570 Ruma Renesansa (wheat variety)
9. MRIZP-748 Loznica Simonida (wheat variety)
10. MRIZP-830 Sombor Evropa 90 (wheat variety)

Selected cultures were initiated from single conidia and stored on PDA
slants at 4°C, until use for the pathogenicity test and vegetative compatibility.

Pathogenicity test with maize seedlings

An insignificantly modified method described by Molot and Simo -
ne (1967) was followed for estimations of pathogenicity of F. verticillioides
isolates. Petri dishes with the two-layer filter paper, instead of flasks, and ste-
rile quartz sand, instead of soil, were used for the development of the fungus
and artificial inoculation of seeds. A total of 45 maize seeds, surface-sterilised
with sodium hypochlorite per isolate were inoculated in the sterile Petri dishes
(¢ 100 mm) with 30 ml of spore suspension (2—3 x 10° spore ml—"). The spo-
re suspension was prepared from 7—10 old isolates cultured on the PDA at
room temperature. Inoculated and non-inoculated (control) maize seeds were
incubated at 22°C for two days and at 10°C for three days, and then planted
into flats (40 x 18 x 16 cm) with sterile quartz sand, watered and incubated at
24—26°C.

Maize seeds were inoculated for two weeks and the following was deter-
mined: degree of pathogenicity, length (cm) and dry weight (g) of seedling ro-
ots and epicotyls. In this study, the degree of pathogenicity was defined on the
basis of nonemerged plants (%), which was an outcome of seeds that had ne-
ver germinated, and germinated seeds with completely rotted shoots. Accor-
ding to this parameter, the isolates were classified into five categories based
on the scale described by Macka (1989) (Table 2).

Tab. 2 — The scale for the estimation of pathogenicity of F. verticillioides isolates

Percentage of nonemerged plants Degree of pathogenicity
0—10% not pathogenic
11—20% very low pathogenic
21—40% low pathogenic
41—60% moderate pathogenic
61—80% high pathogenic
81—100% very high pathogenic
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Disease severity was also used as a measurement of pathogenicity of iso-
lates, and was rated by a six-class scale, in which 0 = healthy root and epi-
cotyl, and 5 = nongerminated seed, or completely rotted root and shoot. The
length of each seedling from the seed attachment site to the top of the longest
root and leaves was measured (cm). The detached root and epicotyl per repli-
cate were dried at 60°C for 24 hours and then, their weights (g) were measu-
red. Means were compared by Duncan’s multiple range test.

Vegetative compatibility groups

Methods described by Correll et al. (1987) and Kedera et al
(1994) were used to isolate and characterize nit-mutants and their mutual pai-
ring in order to determine vegetative compatibility of the studied F. verticillio-
ides isolates. The excised pieces of mycelia were planted on the minimum me-
dium (a basal medium amended with 30 g KCIO;, 2 g NaNO,, and 1.6 g
L-asparagine) for the selection of mutants (sectors). The basal medium conta-
ins 1.0 g KH,PO,; 0.5 g MgSO, x 7TH,0; 0.5 g KCI; 10 mg FeSO, x 7H,0;
0.2 ml sterile solution of microelemenats; 30.0 g of sucrose; 20.0 g of Difco
agar; 1000 ml of distilled water. Pieces of hyphae and loose growing sectors
were transferred to the basal medium with different nitrogen sources (NaNO,,
NaNO, and hypoxantine) in order to determine the type of the ni-mutant on
the basis of a phenotype (Puhalla, 1985).

Complementary nit/ and NitM mutants from each of 10 F. vertillicioides
isolates were paired on the minimum medium (MM) in all possible combinati-
ons to perform complementation tests among the isolates. The nit mutants
grew very sparsely across the medium, but complementation of auxotrophic
mutants was indicated by a line of a vigorous growth where the mutants inter-
acted.

RESULTS AND DISCUSSION
Pathogenicity

All observed F. verticillioides isolates affected the survival rate and vi-
gour of plants. Out of 10 F. verticillioides isolates tested under greenhouse
conditions six, three and one isolates were low (26.67—40.0% of nonemerged
plants), moderate (48.87—55.53% of nonemerged plants) and high (62.20% of
nonemerged plants) pathogenic (Table 3). The isolate MGG-13, originated
from maize grain, was estimated as high pathogenic as it reduced germination
by 62.20%. The same isolate was significantly more pathogenic than the re-
maining isolates, as determined disease severity (3.69) was the highest and the
survival rate (37.80%) and plant vigour were the lowest (Table 4).
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Tab. 3 — F. verticillioides isolates classified on the basis of a percentage of nonemerged plants

Isolate Nonemerged plants (%) Degree of pathogenicity
MGA-7 31.13 low pathogenic
MGD-4 40.00 low pathogenic
MGE-5 26.67 low pathogenic
MGG-13 62.20 high pathogenic
MGI-1 55.53 moderate pathogenic
MRIZP-201 48.87 moderate pathogenic
MRIZP-237 37.80 low pathogenic
MRIZP-570 51.13 moderate pathogenic
MRIZP-748 40.00 low pathogenic
MRIZP-830 35.54 low pathogenic
Control 4.47

The survival rate of seedlings developed from inoculated seeds with dif-
ferent isolates of F. verticillioides varied from 37.80% (MGG-13) to 73.33%
(MGE-5), which was significantly lower than in the control (95.53%) (Table
4). The observed isolates affected the reduction of the root growth in compari-
son with the epicotyl growth. The isolate MGI-1, originated from maize, as
well as, isolates MRIZP-201 and MRIZP-570, originated from wheat, expres-
sed similar pathogenicity, which was particularly established on the basis of
the root growth. The isolate MGD-4 showed peculiar behaviour, as disease se-
verity caused to seedlings was high (3.18), which made it similar to the high
pathogenic isolate (MGG-13), but due to a relatively high survival rate of
plants (60.00%), it was estimated as low pathogenic (Table 4).

Tab. 4 — Effect of F. verticillioides isolates on maize seedlings growing from artificially infected
seeds under greenhouse conditions

Plant vigour*
Plant Disease
No Isolate survival* Length (cm) Dry weight (g) severity*
(%) Root Epicotyl Root Epicotyl
1. MGA-7 68.87bc 18.73bcd 14.71be 2.10bed 0.800abe 2.66bcd
2. MGD-4 60.00bed 15.87¢d 12.14be 1.37¢de 0.500bc 3.18abe
3. MGE-5 73.33ab 23.74b 16.862b 2.23bc 0.767abe 2.00d
4. MGG-13 37.80d 11.42d 8.98¢ 1.10e 0.400bc 3.692
5. MGI-1 44.47¢d 13.79d 9.87¢ 1.33de 0.367¢ 3.4]abe
6. MRIZP-201 51.13bed 11.26d 12.15b¢ 1.00e 0.833ab 3.54ab
7. MRIZP-237 62.20bcd 23.22bc 18.262b 2.00bed 0.833ab 2.54bed
8. MRIZP-570 48.87bcd 15.34d 13.52b¢ 1.23de 0.56bc 3.02abe
9. MRIZP-748 60.00bed 17.77bed 13.41bc 2.63b 0.600bc 2.40¢d
10. MRIZP-830 64.46bcd 13.13d 13.18bc 1.80bede 0.633abc 2.48cd
Average 57.64 16.43 13.30 1.67 0.629 2.85
11. Control 95.532 31.622 22.492 3.97a 1.0672 0.10¢
LSD (0.05) 3.574 6.864 5.411 0.800 0.388 0.898
LSD (0.01) 4.876 9.364 7.382 1.092 0.529 1.225

* Values of column followed by the same letter(s) are not significantly different (P = 0.05) accor-
ding to Duncan’s multiple range test.
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Our results on pathogenicity of F. verticillioides are in accordance with
the results obtained by Desjardins et al. (1995) and Munkvold and
Carlton (1997).

Vegetative compatibility

Mutants nit/ and NitM, with prevalence of nit/ (58.79%) over NitM
(5.77%) (Table 5), were isolated from the observed isolates of F. verticillioi-
des. According to the literature data (Klittich and Leslie, 1988), the
frequency of mutants nit/ is higher than the frequency of other types of nit
mutants.

Tab. 5 — Frequency of nit/ and NitM mutants in the studied F. verticillioides isolates

Isolate nitl (%) NitM (%)
MGA-7 92.86 4.29
MGD-4 70.00 15.00
MGE-5 55.00 5.00
MGG-13 40.00 5.00
MGI-1 65.00 5.00
MRIZP-201 45.00 6.67
MRIZP-237 62.50 1.25
MRIZP-570 50.00 7.14
MRIZP-748 67.50 5.00
MRIZP-830 40.00 3.33
Average 58.79 5.77

Ten vegetative compatible groups (VCGs) of F. verticillioides were esta-
blished on the basis of the complementation test among the isolates in all pos-
sible combinations. These results point out to a high genetic diversity of the
population of this fungus pathogenic to maize. Similar results were stated by
Chulze et al. (2000).

CONCLUSION

All studied F. verticillioides isolates originated from wheat (five isolates)
and maize grain (five isolates) expressed pathogenicity to maize seedlings. Ac-
cording to the percentage of nonemerged plants, it was established that six,
three and one isolates expressed low, moderate and high pathogenicity. The
survival rate (%) and vigour (growth and dry weight of roots and epicotyls) of
plants that were developed from inoculated seeds, were significantly reduced
(approximately two times) in comparison with the control. There was a ten-
dency for isolates from different hosts to have similar values for pathogenicity.
These results are of a practical importance from the aspects of maize and
wheat crop rotation and for the success of breeding for resistance to F. verti-
cillioides.
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The analysis of the results on pathogenicity obtained on the basis of the
scale for the % nonemerged plants, plant survival rate (%), vigour (growth and
dry weight of roots and epicotyls) and disease severity, shows a concurrence
in defining moderate and high pathogenicity of isolates, while there was a cer-
tain nonconformance among these results in relation to low pathogenicity defi-
ning. Nevertheless, a selection of parameters, such as the scale for % of none-
merged plants, is a simple and good choice for the characterisation of pathoge-
nicity degree of all F. verticillioides isolates.

Two types of nit mutants, nit/ and NitM, were obtained by the use of the
method of vegetative compatibility. The frequency of nif/ mutants was greater
(58.79%) than the frequency of NitM mutants (5.77%). A total of 10 VCGs of
F. verticillioides were determined in the complementation tests. This number
of vegetative compatible groups indicates a high genetic diversity of the obser-
ved F. verticillioides population.
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[TATOTEHOCT M AUBEP3UTET BETETATUBHE KOMITATUBMUJITHOCTHU
FUSARIUM VERTICILLIOIDES

Becna C. Kpmajal, Jenena T. Jlesuh?, CnaBuua K. Crankosuh?,
3opunia M. Tomuh!
I laucturyt 3a crodapctBo, Ayro myt 16, 11081, beorpan—3emyH, Cpb6uja
2 IHCTUTYT 3a KYKypy3 ,,3eMyH [lobe”, Cnobomana bajuha 1,
11185, beorpan, Cpbuja

Pesnme

Ilatorenoct 10 u3omnarta F. verticillioides, TIOpeKJIOM U3 3pHa MIeHule (5 u3o-
Jlata) M Kykypys3a (5 um3ojarta), IpoydyaBaHa je y YCJIOBMMa CTakJieHMKa. Ha ocHOBY
pa3IMIUTUX MapaMeTapa OlleHe TaTOreHocTH (cKana 3a % HEeM3HMKJIMX Owbaka, %
MpEeXKUBEINX OMJbaKka, BUTOpa OMibaKa — TIOPACT M CyBa TEHKMHA KOpeHa U eMUKOTHIIA,
U UHTEH3UTeTa 00JIECTU) YCTAHOB/LEHO je Ja CYy CBU UCNIUTUBAHU U3ojaTu F. verticilli-
oides VICTIOJbWIM PA3JIMYUT CTeTNeH TMatoreHocT. [Ipema % HeM3HMKINX Ousbaka 6
un30JaTa UCMOJbUJIO je HUCKY, 3 M30JiaTa Cpely U jeaaH uzonat F. verticillioides Bu-
coky natoreHocT. CBU MCIIUTUBAHU U3ojaTu F. verticillioides cy poy3poOKOBaIu cMa-
IbCHO IIPEKUBIbaBalheé M BUTOP OMJbaKa, ca MHTEH3UTeTOM Oonectu on 2.0 mo 3.54.
[TpumeHoM MeTone BereTaTMBHE KOMMATUOMIHOCTM M30JI0BaHe Cy JIBe BPCTE nif MyTa-
Hara, nit] n NitM. Ydecramoct myrtaHaTa nitl je 6wna Beha (58.79%) y omHocy Ha
NitM mytante (5.77%). Y KOMIUIEMEHTapHUM TeCTOBMMa YCTaHOBJbeHO je 10 Berera-
tuBHO KoMnatuowiHux rpyna (VCG) F. verticillioides 111TO yka3yje Ha BUCOK T€HETHUY-
KM JUBEP3UTET IOIyJaLuje OBOI NaTOreHa.
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THE TOXIGENIC POTENTIAL OF FUSARIUM POAE
ORIGINATED FROM WHEAT

ABSTRACT: Eleven isolates of F. poae, originated from wheat grain at 9 locations
mainly in Vojvodina, were encompassed by the present study. The greatest number of sam-
ples was collected in 2005, in which the climatic conditions favoured a more intensive oc-
currence of Fusarium ear blight of wheat. In order to determine toxicological potential of
this species, cultures of the selected isolates were grown in liquid media (GPY and SPY) on
a rotary shaker (180 revolutions min—!), at room temperature (21—26°C) for three days.
Crude toxins were isolated from liquid culture filtrates of isolates by the use of ethyl aceta-
te, while quantification of mycotoxins was done by the thin layer chromatography method.
A liquid culture of the isolate GZ-LES (F. graminearum) was used as a control for the eva-
luation of the zearalenone biosynthesis potential. On the other hand, the liquid culture of
the isolate KF-38/1 (F. sporotrichioides) was used as a control for both type-A trichothece-
nes (T-2 toxin and diacetoxyscirpenol — DAS).

The obtained results show that F. poae, in contrast to F. graminearum, has no poten-
tial for the zearalenone biosynthesis. The presence of DAS was determined only in one iso-
late of F. poae (MRIZP-666), and in the control isolate of F. sporotrichioides (KF-38/1/R),
that were grown in the GPY liquid medium. The T-2 toxin was detected in the isolate
MRIZP-666, grown in both media, and in the isolates MRIZP-37 and MRIZP-860, cultured
in the GPY and SPY liquid medium, respectively. The control culture KF-38/1/R (F. sporo-
trichioides) produced the T-2 toxin at the concentration of 4,000 ug L—!. According to the
gained information, it can be concluded that the potential of F. poae for the type-A trichot-
hecene biosynthesis was low, as the concentration of DAS or T-2 toxin did not exceed 80
pug L—1 or 240 pg L—1, respectively.

KEY WORDS: diacetoxyscirpenol, F. poae, in vitro biosynthesis, T-2 toxin, wheat

INTRODUCTION

The occurrence of Fusarium head blight of stronger intensity in wheat
was recorded not only in Europe, including Serbia (Levi¢ et al., 2004), but
worldwide during the last decade of the 20% century. The disease resulted in a
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significant economic damage, due to the grain yield reduction, in a quality
loss, due to shrunk grain, and in contamination with mycotoxins.

An enormous number of species of the genus Fusarium, including F. poae
(Peck) Wollenw, was isolated from Fusarium damaged wheat grain (Waal-
wijk, 2002). Although a high percentage of Fusarium poae was isolated from
the grain of wheat, barley and oats in certain years, its role in the aetiology of
Fusarium head blight had not been yet completely clarified (Kestemont et
al.,, 2002; Kryuchkova etal, 2002; Lew et al,, 2001; Hornok and
Toth, 2001; Hysek et al., 2000).

It is most often stated that only F. graminearum Schwabe and F. culmo-
rum (W. G. Smith) Sacc. are important for the aetiology of Fusarium head
blight (Teich, 1989). Parry et al. (1995) and Waalwijk (2002) have
an opinion that Fusarium head blight could be caused by four species — two
previously stated, F. avenaceum (Fr.) Sacc. and F. poae. Furthermore, in En-
gland, F. poae has been very often isolated from chaff spots, although the con-
nection between its occurrence and head blight has not been confirmed (Ni -
cholson et al, 1997).

The species F. poae is important from the toxicological aspect as it bio-
synthesises a great number of mycotoxins, such as: diacetoxyscirpenol (DAS),
monoacetoxyscirpenol, nivalenol, fusarenone-X, T-2 toxin, HT-2 toxin, T-2
triol, T-2 tetraol, deoxysinivalenol, neosolaniol, beauvericin and enniatines
(BEA) Bottalico, 1998; Torp and Langseth, 1999; Nicholson
et al., 2004; Chetkowski et al, 2007). Out of the stated mycotoxins,
type-A trichothecenes (T-2 toxin and DAS), produced by these species, are the
most important.

In Italy, it was determined that two main Fusarium species isolated from
wheat, F. poae and F. sporotrichioides Sherb., biosynthesised the T-2 toxin
and DAS in the amount that ranged from 6,200 to 120,000 ppb (Criseo et
al., 1989). According to the results obtained by Gagkaeva et al. (20006),
F. poae synthesises more DAS than F. sporotrichioides, 400 ng mL—' vs. 62
ng mL—!, while F. sporotrichioides produces more T-2 toxins (75,860 ng
mL—") than F. poae does (158 ng mL—"'). Besides the type-A trichothecenes, it
was determined that the species F. poae, originated from Fusarium damaged
wheat grain in Canada, produced the type-B trichothecenes (Wong et al.,
1995). In Poland, F. poae was determined in 35% of wheat samples, while
chemical analyses showed no presence of the type-A trichothecene (T-2 toxins)
but just the presence of the type-B trichothecenes (Grabarkiewicz-Szcze-
sna et al.,, 2001). Contrary to these authors, Kosiak et al. (2003) found
out that the same species in Norway was the best producer of the type-A tri-
chothecenes (T-2 and HT-2 toxins). A somewhat lower frequency of F. poae
on wheat grain (13.5%) was recorded by Muthomi et al. (2006) in Kenya.
These authors determined only the presence of T-2 toxin and zearalenone in
the same substrate.

According to the mycological studies carried out in Serbia by Boca-
rov-Stanci¢ et al. (1991), only the type-A trichothecene (T-2 toxin), in
the amount of 310—780 ppb, was present in wheat grain, originated from a
macro-trail in Klek (Vojvodina). Skrinjar et al. (1996) detected zearaleno-
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ne just in one sample of wheat, harvested during 1994. In both cases, not a
single determined Fusarium spp. belonged to F. poae. Dopuda and Le-
vié¢ (2004) and Stojanovic et al. (2005) determined the presence of F.
poae in 12% and 7% of the samples, respectively, but the authors did not pre-
sent data on their toxigenicity. The results of Dopuda and Levié¢ (2004),
obtained on the basis of studies performed on the samples of five wheat culti-
vars harvested during 2002 and 2003 at four locations, show that F. poae oc-
curred more intensively in the year (2003) in which the frequency of F. grami-
nearm was lower, and vice versa. Similar results were achieved by Schaaf-
sma (1999) who stated that the presence of F. poae, F. sporotrichioides and
F. avenaceum on wheat grain in Canada was reduced during the years with
more intensive occurrence of F. graminearum.

Our previous studies performed on Fusarium isolates originated from
wheat (harvested during 1982 and 1984), cultured on the natural solid substra-
te, showed that 22% of the observed Fusarium spp. biosynthesised DAS, and
even 44% produced T-2 toxin, although not a single one belonged to the spe-
cies F. poae (Bocarov-Stancic¢ et al., 1986).

The potential of F. poae to biosynthesise one group of fusariotoxins —
the type-A trichothecenes (T-2 toxin and DAS), and zearalenone (ZEA) —
was observed under in vitro conditions in the present study. In our country ac-
cording to the literature data, a little attention was paid, to the study of the
toxicological profile of this species, considering its distribution and toxicoge-
nic properties.

MATERIAL AND METHODS

Cultures of Fusarium poae. Isolates of the fungus F. poae were obtained
from grain samples of wheat, collected in harvest at 20 locations in 2003,
2005 and 2006. A total of 103 isolates of this species were isolated and deter-
mined. Out of these 103, 11 isolates, designated as MRIZP-32, MRIZP-37,
MRIZP-664, MRIZP-665, MRIZP-666, MRIZP-833, MRIZP-834, MRIZP-860,
MRIZP-879, MRIZP-890 and MRIZP-897, were selected for toxicological stu-
dies.

Each sample of 32 wheat kernels (four replicates) was analysed. Eight
surface sterilised kernels were placed on each water agar (WA) in the 10-cm
Petri dishes, and incubated under indoor conditions for seven days. Resulting
colonies were purified by the procedure of obtaining monosporous cultures
that were then used for the identification of Fusarium species. Monosporous
cultures were subcultured on the potato dextrose agar (PDA), carnation sterili-
sed leaf-fragment agar (CLA), and synthetic nutrient agar (SNA). Cultures on
the PDA were incubated in the dark at 25 + 1°C, while cultures on the CLA
and SNA were incubated under fluorescent and near ultraviolet light for 12
hours at 25 + 1°C, and in the dark for 12 hours at 20 + 1°C. The identification
of the obtained species was done after Nelson et al. (1983) and Bur-
gess etal (1994). The identified isolates were stored on the PDA, CLA and
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SNA slants in ampoules at +4°C, until studying of their toxicological potential
in the liquid culture.

Control isolates. The following species for which it was previously deter-
mined (Boc¢arov-Stanci¢, unpublished data) to have the capacity to bi-
osynthesise fusariotoxins five weeks after the cultivation on wet maize grain
at 30°C, were chosen as the control isolates: a) F. graminearum, the isolate
GZ-LES that synthesises ZEA and DON at the concentration of 4,420 ppb and
465,900 ppb, respectively; b) F. sporotrichioides, KF-38/1/R, a re-isolate of
the original strain that biosynthesises T-2 toxin and DAS at the concentration
of 2,400 ppb and 1,600 ppb, respectively.

Medium and conditions for the toxin production. All isolates of F. poae
and both control isolates were grown in the glucose-peptone-yeast extract
(GPY) liquid medium. Also, three isolates of F. poae and the control isolates
were grown in sucrose-peptone-yeast extract (SPY) liquid medium. The GPY
liquid medium (pH 5.8) contains 5% of glucose, 0.1% of peptone and 0.1% of
yeast extract. The SPY liquid medium (pH 6.5) contains 5% of sucrose, 0.1%
of peptone and 0.1% of yeast extract.

Media (100 ml each) were poured into 500-ml Erlenmeyer flasks, and
cultured with five fragments (5 x 5 mm) of the fungus that were grown on po-
tato dextrose agar (PDA) in the Petri dishes at 27°C, for seven days. In order
to obtain submersed cultures, after inoculation of the medium the Erlenmeyer
flasks were kept on the rotary shaker (180 rounds min—!) at room temperature
(21—26°C) for three days. The pH value was measured after the incubation of
the isolate.

Determination of fusariotoxins. After the cultivation on the rotary sha-
ker, liquid cultures were filtered. Qualitative and quantitative ZEA determinati-
ons in filtrates of mould cultures were carried out by applying the multitoxin
thin layer chromatographic method, developed by Cvetnic¢ et al. (2005).
Crude extracts of the type-A trichothecenes (DAS and T-2 toxin) were obtai-
ned by the use of ethyl acetate. Each liquid culture (25 ml) was extracted
twice with 15 ml of ethyl acetate. Organic extracts were recovered by filtration
through the layer of anhydrous sodium sulphate, combined and evaporated al-
most to dryness, under the rotary evaporator. Further purification was done by
the method of Romer et al. (1978). The crude oily extract of trichothecenes
was dissolved in the methanol/water (1:1, v/v) extraction solvent, which tends
to extract compounds of the polarity of trichothecenes, while it does not
extract low polar compounds, such as fats and oils. Afterwards, 30% of
aqueous ammonium sulphate was added to remove additional interferences.
The further step was selective concentration of the analytes into chloroform,
and removal of acidic interferences from chloroform extracts, by washing it
with the aqueous potassium hydroxide solution. Thinlayer chromatography was
performed according to Pepeljnjak and Babié¢ (1991) with toluole/
ethyl acetate/formic acid developing solvent (5:4:1, v/v/v). All analyses were
done in three repetitions.
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RESULTS AND DISCUSSION

After the incubation period, with the exception of one F. poae isolate
(MRIZP-890), the decreased pH value was determined in both liquid media,
especially in the control isolates (Tables 1 and 2).

The results obtained in mycotoxicological studies show that F. poae, in
contrast to F. graminearum (isolate GZ-LES), did not have the potential for
the zearalenone biosynthesis (Tables 1 and 2). These results are in accordance
with literature data (M arasas et al., 1984). Generally, there is a very small
number of authors stating that F. poae biosynthesises zearalenone, among ot-
hers Koci¢-Tanackov (2004). By re-testing numerous toxicogenic iso-
lates of the Fusarium species, Marasas et al. (1984) determined that some
results obtained on the production of mycotoxins were incorrect as the identifi-
cation of fungi was not correct.

Tab. 1 — Yields (ug L—1) of zearalenone and type-A trichothecene (DAS, T-2 toxin) in GPY
liquid cultures of 11 F. poae isolates originated from wheat and control isolates of F. graminea-
rum (No. 12) and F. sporotrichioides (No. 13)

Isolate . Fusariotoxin yields (ug L—1!)
No. desi - Origin pH
esignation ZEA DAS T-2
1. MRIZP-32 Indija 5.30 n.d.* n.d.** n.d.**
2. MRIZP-37 Erdevik 5.50 n.d.* n.d.** 240
3. MRIZP-664 Zemun Polje 5.23 n.d.* n.d.** n.d.*®*
4. MRIZP-665 Zemun Polje 5.40 n.d.* n.d.** n.d.**
5. MRIZP-666 Zemun Polje 541 n.d.* 80 n.d.**
6.  MRIZP-833 Lipni¢ki Sor 5.04 n.d.* n.d. n.d.
7. MRIZP-834 Stari Banovci 5.63 n.d.* n.d.** n.d.*®*
8. MRIZP-860 Sombor 5.48 n.d.* n.d.** 80
9. MRIZP-879 Loznica 5.52 n.d.* n.d.** n.d.*®*
10. MRIZP-890 Pazova 5.87 n.d.* n.d.** n.d.**
11. MRIZP-897 Pirot 5.71 n.d.* n.d.** n.d.**
12. GZ-LES Leskovac 4.40 37 n.d.** n.d.*®*
13. KF-38/1/Ra Poland 4.20 n.d.** 240 4,000

a — from barley grains; n.d.* — not detected (F—1!); n.d.** — not detected (F—!)

Tab. 2 — Yields (ug L—!) of zearalenone and type-A trichothecene (DAS, T-2 toxin) in SPY
liquid cultures of three F. poae isolates (No. 1—3) originated from wheat and control isolates of
F. graminearum (No. 4) and F. sporotrichioides (No. 5)

Isolate . Fusariotoxin yields (mg L—1)
No. desi - Origin pH

esignation ZEA DAS T-2
1. MRIZP-666 Zemun Polje 6.09 n.d.* n.d.** 80
2. MRIZP-860 Sombor 5.88 n.d.* n.d.** 80
3. MRIZP-897 Pirot 5.84 n.d.* n.d.** n.d.**
4. GZ-LES Leskovac 4.73 n.d.* n.d.*®* n.d.*®*
5. KF-38/1/Ra Poland 4.69 n.d.* n.d.** 160

a — from barley seeds; n.d.* — not detected (F—!); n.d.** — not detected (F—1)
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The presence of DAS was recorded in the isolate MRIZP-666 (F. poae)
and the control isolate KF-38/1/R (F. sporotrichioides) in the glucose-pepto-
ne-yeast (GPY) liquid medium at the concentration of 80 ug L—' and 240 ug
L-!, respectively. In both cases, the DAS yield was low, close to the limit of
detection (LOD) of the applied method. Marasas et al. (1984) concluded
that some, but not all isolates in F. poae, were able to produce DAS, and the
ability could be lost rapidly in culture.

The T-2 toxin was detected in the following three F. poae isolates:
MRIZP-860 (in both liquid cultures — 80 pg L—'), and MRZIP-37 (240 ng
L—1 and MRIZP-666 (80 ug L—") in the GPY and SPY liquid culture, respec-
tively (Table 1). The control culture KF-38/1/R (F. sporotrichioides) in the
glucose-peptone-yeast extract (GPY) liquid medium, produced this mycotoxin
at the concentration of 4,000 ug L—'. However, these values were significantly
lower than those recorded with the original strain of this species, in which the
production of the T-2 toxin at the concentration of 150,000 ug L—! had been
recorded (M as§ic¢ et al., 1997). The obtained results can be explained by the
fact that a long-term passaging of microorganism isolates, even fungi isolates,
on the artificial media leads to a gradual loss of their biochemical properties.
Although F. sporotrichioides KF-38/1/R were reisolated (KF-38/1R) from ste-
rile, wet maize grain, it is obvious that their initial potential for production
was not completely recovered. On the other hand, a low T-2 toxin yield in the
F. poae isolate (Table 1 and 2) can not be interpreted in such a way, conside-
ring that the majority of the isolates were from 2005, hence they were subcul-
tivated under laboratory conditions only for a short period of time. Thus, these
isolates of F. poae can be considered as non-toxic.

The gained results show that under such conditions of cultivation in the
liquid media, the isolates of F. poae from wheat originated in Serbia express
low potential for biosynthesis of the type-A trichothecenes. Similar results
were obtained with isolates of other potentially toxigenic Fusarium spp. (F.
oxysporum and F. proliferatum) also determined on wheat. A fairly weak po-
tential for the production of fusariotoxins was evaluated when the cultivation
was performed in the liquid medium: 250—320 ug L—!' ZEA, i.e. 320 ug L—!
DAS and 160 ug L—! T-2 toxin (Bo¢arov-Stanci¢ et al., 2003). Accor-
ding to our previous studies, greater amounts of the T-2 toxin in Fusarium
spp. cultures originated from wheat grain from Serbia were recorded only in
F. sporotrichioides and F. culmorum (BocCarov-Stancié, 1996).

Unlike low toxigenic potential of the isolates of Fusarium spp., originated
from wheat from Serbia, the information gained in the countries of Northern
Europe show that yields, especially those of T-2 toxin, were significantly hig-
her at the cultivation of Fusarium spp. under laboratory conditions. In Norway,
Torp and Langseth (1999) determined the biosynthesis of the T-2 toxin
in all tested isolates at the concentration of 25,000—400,000 ug L—'. A Fusa-
rium species resembling F. poae (= F. langsethiae Torp and Nirenberg) was
cultured on the PDA, or in the liquid medium with yeast extract and sucrose.
Kroiakova et al. (1989) obtained T-2 toxin yields ranging from 50 to
600,000 ppb, when three isolates of F. sporotrichioides v. poae, originated
from wheat grain, harvested in Moscow region, were in vitro cultivated. Hor -
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nok and Toth (2001) state that the application of the thinlayer chromato-
graphy assay revealed no trichothecene producing strain among F. poae isola-
tes originated from Hungary.

Considering the presented results, in order to obtain the final answer to
the question on the toxicological profile of the F. poae isolates in Serbia, it is
necessary to carry out additional studies, not only with new isolates of the co-
ming years, but also under different cultivation conditions, first of all on the
sterile natural substrates, such as wheat and maize. Marasas et al. (1984)
brought forward examples in which differences in the trichothecene production
occurred due to conditions and substrates of the F. poae cultivation.

CONCLUSIONS

According to the presented results, it can be concluded that F. poae isola-
tes from wheat, in contrast to F. graminearum, have no potential for the zeara-
lenone biosynthesis.

In the case of the type-A trichothecenes, the diacetoxyscirpenol, i.e. T-2
toxin production was detected only in one culture of F. poae, i.e. 15.38% of
the studied isolates, respectively. The potential of F. poae from wheat, for the
type-A trichothecene production was low, as the concentration of DAS and
T-2 toxin did not exceed 80 pug L—! and 240 ug L—!, respectively.

An answer to the question on the toxicological profile of the F. poae can-
not be made, unless other cultivation conditions are not observed, and unless a
greater number of isolates of this species, originated from different harvest
years of wheat and other cereals that are hosts of this species, are not studied.
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TOKCUTEHU TTOTEHIMJAIT U30JIATA FUSARIUM POAE
ITOPEKJIOM CA IMIIEHUWULE

Anexcangpa C. bouapoB-Cranuuh!, Jenena T. Jleuh.2, CnaBuua K. CrankoBuh?,
Becna C. Kpmaja3, Tamapa M. KosaueBuh?, Coma JI. Tanuuh?
L' AJl. ,,buo-exonowmku ueHrap”, Ierpa Hdpanmuna 15, 23000 3pewanun, Cpouja
2 IHCTUTYT 3a KyKypy3 ,,3eMyH mnome”, Cnobomana bajuha 1, Beorpam, Cpouja
3 WuctutyT 3a ctouapctBo, Ayromyt 16, 11081 beorpan, Cpouja

Pesnme

Y oBOM pany je y in vitro ycioBuMa IpoydyeHa CIOoCOOHOCT u3onara F. poae 3a
OMocuHTE3y jeaHe Tpyne (y3aproTrokcuHa — TpuxoreneHa tuma A (T-2 TokcuH u ou-
anerokcucuupreHon-JIAC), kao u 3eapaeHoHa (3EA). Tokcukosoluiku npodua ose
BpCTE je KON Hac HeMOBOJbHO MCITMTAH ¢ 003MPOM Ha HbeHY 3aCTYIUbEHOCT M TOKCHUTE-
Ha CBOjCTBa MpeMme JUTepaTypHUM ToJalrMa.

IMpoyuaBamwuma je 6mo odbyxsaheHo 11 uzonata F. poae, MOPEKJIOM ca MIIEHU-
e u3 9 jJokanuTeTa, yrjaiaBHoMm ca noapydja BojsoguHe. Hajsehu 6poj y3opaka mpuky-
wbeH je 2005. ronuHe, Kama ¢y KJIMMATCKU YCJIOBM TMOTOMIOBAJIM MHTEH3UBHM]Oj MOjaBU
¢y3apno3a Kjaca oBe MOJBOIIPUBPEAHE KyAType. 3a oapehuBarmbe TOKCHUKOIOIIKOT IO-
TeHUMjana F. poae, KynType ofabpaHux u3ojara cy rajeHe y teunum mnojorama (I'TIK
u CIIK) Tokom 3 maHa Ha coGHOj TemmepaTypu (21—26°C) U Ha pOTalMOHOj TPECU-
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munr (180 obpraja MuH—!). CHMpOBM TOKCMHM Cy M30JIOBAHM M3 (UITpaTa TEUHMX
KyJATypa HCIUATAaHMX HM30jiaTa MoMohy eTws amerara, OOK je KBaHTH(UKalLMja MUKO-
TOKCHMHA M3BpIIEHA METOIOM TaHKOCJOjHe XpoMarorpacduje. TeuHa KyaTypa uzojara
I'3-JIEC (F. graminearum) je kopuuiheHa Ka0 KOHTPOJIHA KyJITypa 3a yTBphHUBambe Mo-
TeHLIMjana 3a OuocuHTe3y 3eapasieHoHa, a Kd-38/1/P (F. sporotrichioides) 3a oba
tpuxoteueHa tuna A (T-2 Ttokcun u JAC).

JloGujeHun pesyntaTu mnokasyjy na F. poae, 3a pasnuxky oa F. graminearum, He
rnoceayje moTeHUMjan 3a OmocuHTe3y 3eapasieHoHa. [IpucyctBo JIAC-a je yTBpheHo
camo Ko jemHe Kyatype F. poae (MPU3II-666) u koHTposHOT M3ojara F. sporotric-
hioides (KM®-38/1/P) xoju cy rajenn y teunoM I'TIK menmjymy. T-2 TOKCHH je meTeK-
ToBaH Kox msojata MPU3II-666 mpu rajerby y obema MoiyioramMa, Kao M M3oJjaTa
MPU3I1-37 y I'TIK, omnocio MPU3II-860 y CIIK memnujymy. Kontponana kyartypa
K®-38/1/P (F. sporotrichioides) npousBoauna je T-2 TOKCMH Yy KOHILIEHTpalMju Of
4000 pg L1

Ha ocHOBY M3HeTHX MojaTaka MOXe Ce 3aKJbydyuTHU Ja je MnoteHuujan F. poae 3a
OMOCUHTE3y TpUXOTelleHa THUIMa A OMO HU3AaK y JaTUM YCJIOBMMa ¢ OO3MPOM Ja KOH-
uentpauuja JAC-a Huje npenasuia 80 ug L—!, ogHocHo T-2 tokcuHa 240 pg L—1.

Wmajyhu y Bumy mpukasaHe pesysrare, cMaTpaMo Ja je 3a 1o0ujare KOHauHOT
OIIrOBOpa Ha TMWTakhe O TOKCUKOJOILIKOM Tpoduny muzonata F. poae y Cpbuju Heom-
XOJIHO TIpeIy3eTH J0AaTHA UCITMTUBAa, HE CaMO Ca HOBMM M30JIaTHMa U3 TOAMHA KO-
je ciaeme, HEro W y APYrUM YCJIOBMMA KYJITHBMCAama, Y MPBOM pPeAy Ha CTEPUJIHOM
MIPUPOTHOM CYIICTPATy Kao IITO Cy MIIEHUIA U KYKYpYy3.

123






36opuuk Matuue cprncke 3a npuponHe Hayke / Proc. Nat. Sci., Matica Srpska Novi Sad,
Ne 113, 125—133, 2007

UDC 633.15:615.98

Igor M. Jajic
Aleksandra S. Bocdarov-Stancic
Milorad B. Bijelic

I Faculty of Agriculture, Department of Animal Science,
Trg D. Obradovi¢a 8, 21000 Novi Sad, Serbia, jajic@polj.ns.ac.yu
2 Holding Company “Center for Bio-Ecology”, Petra Drapsina 15,
23000 Zrenjanin, Serbija

INVESTIGATIONS OF THE CAPABILITY OF FUSARIUM
ISOLATES FROM CORN FOR BIOSYNTHESIS
OF FUSARIOTOXINS

ABSTRACT: The aim of this paper was to investigate the potential of zearalenone
(ZEN), and type A trichothecenes (T-2 toxin and diacetoxyscirpenole — DAS) for bi-
osynthesis by Fusarium spp. isolated from corn kernels contaminated by mycotoxins.

The samples of corn kernels (2004 and 2005 harvest) originating in different regions
of Backa (Vojvodina, Serbia) were tested. Mycotoxicological investigations showed in most
cases a significant contamination with deoxynivalenol (DON 200 — 2,460 pg/kg) and ZEA
(520 — 1,680 ug /kg).

Isolations and identifications of fusaria established only the presence of species F.
verticillioides, after one month storage in freezer conditions, in fusariotoxin positive sam-
ples. The control cultures known as ZEA producers — F. graminearum GZ-LES, i.e. T-2
toxin and DAS producer — F. sporotrichioides KF-38/1/R were also tested. In vitro
toxicological investigations of isolated fusaria were performed in liquid semisynthetic media
(GPK or SPK), and on wet sterilized corn kernels, respectively.

Under testing conditions, analyzed F. verticillioide and F. sporotrishioides isolates
were not ZEA producers. Contrary to them, F. graminearum GZ-LES pure culture was very
good producer of fusariotoxins; it biosynthesized max. 465,900 ug/kg DON, and 4,416
ug/kg ZEA, respectively.

Cultivation conditions influenced a great deal of T-2 toxin production under labora-
tory conditions. In most cases, higher yields were obtained during the cultivation of F. ver-
ticillioides in liquid glucose medium (80—240 pg/L). Contrary to the control strain F. spo-
rotrichioides KF-38/1/R that under the same conditions synthesized, besides T-2 toxin
(4.000 pg/L) and DAS (240 pg/L), isolates of F. verticillioides from corn grain did not
show that ability.

KEY WORDS: biosynthesis, corn grains, fusariotoxins, Fusarium spp.
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INTRODUCTION

Corn is predominantly attacked by Fusarium graminearum, F. verticillioi-
des, F. proliferatum and F. subglutinans (Doohan et al., 2003). These re-
presentatives of Fusarium genus differ in their climatic distribution, optimal
conditions for growth and toxin production, as well as in pathogenicity to dif-
ferent cerealia. Several Fusarium species known as causal agents of corn ear
rot are capable to biosynthesize toxic metabolites in infected kernels, some of
which have notable impact on human and animal health. Zearalenone (ZEA)
and deoxynivalenol (DON) are commonly found in red ear rot of corn, a dise-
ase essentially caused by species of Discolor section, usually F. graminearum
(Logrieco et al., 2002). Diacetoxyscirpenol (DAS) and T-2 toxin are ma-
inly associated with the presence of representatives of Sporotrichiella section
F. poae and F. sporotrichioides. According to the data presented by Mara-
sas et al. (1984) F. verticillioides can also biosynthesize ZEA, DAS and T-2
toksin, although these authors regarded them as unlikely.

MATERIAL AND METHODS

Fungal cultures. Four F. verticillioides isolates from corn grains of 2004
and 2005 harvest were investigated (Table 1). Isolations were performed from
coarse corn grain after one month of storage in freezer conditions. Coarsed
material was placed on the surface of Petri dish (10 cm diameter), on potato
dextrose agar supplemented with straeptomycin sulphate (500 mg/L) (PDAS),
and incubated at room temperature (23—26°C) for 7 days. Grown fungal colo-
nies, were purified by the method of obtaining monosporous colonies which
were further on used for the identification of Fusarium spp. Determination of
the obtained species was done according to Nelson et al. (1983), and con-
firmed by dr J. Levi¢ (Maize Research Institute “Zemun Polje”, Belgrade—
Zemun). The obtained isolates were afterwards kept on PDA slants at 4°C, un-
til in vitro investigation of their toxigenic potential was not performed in
liquid culture.

Control isolates. Fusarium cultures, known as fusariotoxin producers,
were also under present investigation: 1) Fusarium graminearum GZ-LES pro-
ducer of ZEA, according to Bocarov-Stancic¢ et al. (1986), and 2) F.
sporotrichioides KF-38/1/R reisolate of original strain known as T-2 toxin and
DAS producer (M ag§i¢ et al.,, 1997). Stock cultures of the fungi were mainta-
ined on potato dextrose agar at 4°C.

Conditions for toxin production. 1) Control isolates Fusarium graminea-
rum GZ-LES and F. sporotrichioides KF-38/1/R were cultivated on naturaly
dried corn grain (hybrid NS-444, locality Stajicevo — Vojvodina) with 53.12%
of initial moisture. Substrate inoculation (250 g) in flasks (1750 ml) was per-
formed with fungal fragments cultivated for 7 days at 26 = 1°C in PDA Petri
dishes (1/2 of the fungal growth, 10 cm in diameter). Cultivation was perfor-
med in darkness at 30 = 1°C for 35 days. 2) All F. verticilioides isolates, as
well as both control cultures, were parallely grown in GPY liquid medium
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(5% of glucose + 0.1% of peptone + 0.1% of yeast extract) pH 5.8; and SPY
medium (5% of saccharose + 0.1% of peptone + 0.1% of yeast extract) pH 6.5
respectively. Media were poured in Erlenmeyer flasks (500 ml) in volume of
100 ml each (A), or 250 ml each (B), and sowed with 5 fragments (5 x 5 mm)
of fungus cultivated on PDA in Petri dishe at 26 + 1°C for 7 days. After ino-
culation, Erlenmeyer flasks were cultivated on rotary shaker under submerged
conditions (180 revolutions per min-rpm) at room temperature (23—26°C).
Fusarium graminearum GZ-LES was also cultivated under stacionary conditi-
ons in 100/500 ml GPY for 13 days at room temperature (23—26°C) (C).

Determination of fusariotoxins. 1) After cultivation on corn grains, the
samples were dried for 24 h or more at 60°C, until constant weight was not
achieved. After pulverization of dried samples, DON determination was done
according to Abramovi¢ etal. (2005), and ZEA by the use of multitoxin
method applied by Balzer et al. (1978). Type A trichothecenes were isola-
ted and purified according to the method of Romer et al. (1978). Thin layer
chromatography of ZEA, T-2 toxin and DAS was was done according to Pe -
peljnjak and Babic¢ (1991).

2) After cultivation on rotary shaker, liquid cultures were filtered. Quali-
tative and quantitative ZEA determination in filtrates of Fusarium cultures was
carried out by applying multitoxin thin layer chromatographic method of
Cvetni¢ et al. (2005). Crude extracts of type A trichothecenes (DAS i T-2
toxin) were obtained by the use of ethyl acetate. Further purification was done
by the method of Romer et al. (1978). Thin layer chromatography was per-
formed according to Pepeljnjak and Babic¢ (1991) with toluole/ethyl
acetate/formic acid developing solvent (5:4:1, v/v/v).

RESULTS AND DISCUSSION

Results of the present investigations are shown in Tables 1—4.

Tab. 1 — Presence of deoxynivalenole (DON) and zearalenone (ZEA) in samples of corn kernels
(harvest 2004 and 2005).

Quantity of fusariotoxins

No. igrs?grlle Type of sample (ugrkg)
DON ZEA
1. N001/06  Coarse corn grain KPUT4, Putinci 2005 1,130 1,680
2. N002/06  Coarse corn grain KSID, Sid 2005 200 520
3. NO003/06 Coarse corn grain 57002 — n.d. (< 0.037)
4. N004/06  Corn grain 12168, Kupusina 2004 2,460 800

Seventy five percentages of tested samples of coarsed/whole corn grain
originating from 2004 and 2005 were contaminated with DON. Detected
quantities of this mycotoxin ranged from 200 to 2,460 pg/kg (Table 1). Higher
concentrations of fusariotoxin ZEA than DON were found in 2 samples (2005
harvest) out of three positive samples for this type B trichothecene. The obtai-
ned results can be explained by the assumption that in 2005 the harvest was
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carried out in later vegetative phase of corn than in 2004. According to the in-
vestigations of Lew (1995), DON can be found very early and in high
quantities in cereal grains attacked by Fusarium spp., contrary to ZEA, fusa-
riotoxin which appears only in the later phase of fungal growth.

Tab. 2 — Yield of DON, ZEA and type A trichothecenes (DAS i T-2) in control isolates F. gra-
minearum and F. sporotrichioides cultivated on sterilised corn grains under laboratory conditions

No Cultivation Control Moisture Yield of fusariotoxins (ug/kg)
’ period isolate (%) DON ZEA DAS T-2
1. Starting _ 53.1 nd. nd#  opddEr g d s
sample
5 7 d GZ-LES 62.5 — 220 ndswE pdoees
: s KE38/1/R 58.4 — n.d. s nd s opdoees
3 35 d GZ-LES 80.4 465900 4,416 ndswE pdoees
: s KE38/1/R — nd.* n.d.# 1,600 2,400

Legende: n.d* — not detected (< 45 pg/kg),
n.d.** — not detected (< 37 pg/kg),
n.d.*** — not detected (< 60 ug/kg).

The results obtained during cultivation of the control strains F. graminea-
rum GZ-LES and F. spototrichioides KF-38/1/R on natural solid substrate at
30°C are shown in are Table 2. Corn kernels used as the substrate for in vitro
investigations of toxin production were not contaminated with fusariotoxins.
Isolate F. graminearum produced only type B trichothecene (DON) and ZEA
in that conditions. During prolongated cultivation, the yield of ZEA increased
from 220 pg/kg after 17 days to 4,416 pg/kg after 35 days. The obtained re-
sults are in accordance with the previously quoted opinion of Lew (1995).
F. sporotrichioides KF-38/1/R biosynthesized only type A trichothecenes after
35 days on wet sterilized corn grain substrate (1,600 pg/kg DAS, and 2,400
pg/kg T-2 toxin, respectively). These results are in accordance with the data
presented by Marasas et al. (1985) concerning toxigenic potential of Fusa-
rium spp., as well as with data concerning optimal temperature conditions for
the production of fusariotoxins presented by other authors. Bocdarov-Stan-
¢i¢ et al. (1986) point out that most (50%) of F. graminearum isolates bio-
synthesized ZEA during cultivation at rather high constant temperature (28°C).
Similar temperature conditions favoured DON production by the same fusaria
species: 28°C (Llorens et al., 2004) and 25°C (Hope et al., 2005, Ra-
mirez et al.,, 2006) respectively.
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Tab. 3 — Yield (ug/L) of zearalenone and tipe A trihotecenes (DAS, T-2 toxin) in GPY liquid
culture of four F. verticillioides originated from corn grains and control isolates F. graminearum
(No. 5) and F. sporotrichioides (No. 6)

Isolate . Yield of fusariotoxins (ug/L)
No. desieniti Aeration pH
esignition ZEA DAS T2
A 471 nd* n.d 80
L. N0D1/06 B 429 n.d.* n.d. 240
A 477 nd* n.d n.d
2. N002/06 B 472 n.d* n.d. 240
A 496 nd* n.d 160
3. N003/06 B 433 n.d* n.d. n.d
A 476 nd* n.d n.d
4. N004/06 B 455 n.d* n.d. 80
A 440 37 nd, nd,
s. GZ-LES A i o7 L L
6. KF-38/1/R A 420 nd. * 240 4. 000

Legende: n.d.* — not detected (< 37 ug/L),
n.d.** — not detected (< 80 pg/L)

Tab. 4 — Yield (ug/L) of zearalenone and tipe A trihotecenes (DAS, T-2 toxin) in SPY liquid
culture of four F. verticillioides originated from corn grains and control isolates F. graminearum
(No. 5) and F. sporotrichioides (No. 6)

Isolate Yield of fusariotoxins (nug/L)

No. desieniti Aeration pH
esignition ZEA DAS T2
A 495 nd* n.d n.d
1. N0D1/06 B 42 n.d.* n.d. 120
A 5.14 nd* n.d n.d
2. N002/06 B 4.80 n.d.* n.d. 80
A 5.17 nd* n.d 80
3. N003/06 B 407 n.d* n.d. n.d.
A 5.04 nd* n.d n.d
4. N0D4/06 B 445 n.d* n.d. 80
s. GZ-LES A 473 nd.* n.d n.d
6. KF-38/1/R A 469 nd* n.d 160

Legende: n.d.* — not detected (< 37 ug/L),
n.d.** — not detected (< 80 pg/L)

On the basis of the results presented in Table 1, high concentrations of
DON and ZEA, it should be expected that one can isolate from these corn ker-
nels mainly species F. culmorum or F. graminearum which are, according to
the literature data, the best producers of the same mycotoxins (M arasas et
al., 1984). However, having in mind storage conditions of the samples and low
viability of F. graminearum conidia in the first place, as well as higher viabi-
lity of conidia of other fusaria pathogenic to corn (Doohan et al., 2003), it
is not so surprising that F. verticillioides was obtained solely.
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pH value. During submerged cultivation (Tables 3 and 4), with the
exception of the control isolate F. graminearum GZ-LES, the pH value decre-
ase was observed in all other liquid cultures after incubation. In both cases of
liquid media (GPY/SPY) more outstanding changes of the same paramether
were noted in higher volume of fermentation media (250/500 ml).

ZEA biosynthesis. Although Cvetnic¢ et al. (2005) found that some F.
verticillioides isolates from agricultural regions of Croatia can produce ZEA,
during our investigation the production of this fusariotoxin was noted only in
liquid GPY culture of F. graminearum (Table 3), but in much lower quantities
than during incubation on the natural solid substrate (37 and 75 ug/L, and 220
and 4,659 pg/kg, respectively) (Tables 2 and 3). Higher yield of ZEA was ob-
tained during stationary cultivation in the liquid medium of the same composi-
tion. Last result is in accordance with our previous investigations of different
liquid nutrient media (Bo&arov-Stancié¢ and Skrinjar, 1995).

DAS biosynthesis. It was not recorded in any of the tested F. verticillioi-
des isolates, but was found in liquid GPY culture of the control isolate F. spo-
rotrichioides KF-38/1/R — 240 pg/L (Table 3). Although again, much lower
yields of DAS were achieved in liquid medium than on sterilized corn grains
(Tables 2 and 3), the period of incubation was much shorter (3 days in compa-
rison with 35 days). That fact can become a great advantage in the case of
screening toxicity of a large number of Fusarium spp. under laboratory condi-
tions.

T-2 toxin biosynthesis. It was observed (Tables 3 and 4), besides control
strain F. sporotrichioides KF-38/1/R, in all tested F. verticillioides isolates
from corn (80 do 240 pg/l in GPY, and 80—120 ug/l in SPY, respectively). In
the last case, found concentrations were rather low, i.e. near the detection
limit. During submerged cultivation in both liquid media in 75% of the te-
sted cases, higher yields of this type A trichothecene were achieved under the
conditions of smaller aeration (250/500 mL). An exception was the isolate
NO003/06 that produced more T-2 toxin during cultivation in higher aeration
conditions (Tables 3 and 4). The obtained results are in accordance with the
investigation of MaS§ic¢ et al. (1997). These authors recorded, with one F.
verticillioides isolate from corn grains, T-2 toxin biosynthesis (500 ug/L) un-
der similar laboratory conditions.

Influence of the sugar type. Eighty percentages of the tested isolates, in-
cluding the control one KF-38/1/R, regardless of volume of fermentation me-
dium, achieved higher yields of T-2 toxin in glucose medium GPY (80 —
4,000 pg/L) than in sucrose medium SPY (80 — 160 ug/L). In contrast to our
findings, Ueno et al. (1975) didn’t observe the same influence of sugar type
during cultivation of other fusaria in the liquid media with the same composi-
tion.

On the basis of the presented results it can be concluded that isolates of
F. verticillioides originating from Vojvodina possess weak potential for T-2
toxin production.
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CONCLUSIONS

Only F. verticillioides cultures were isolated from corn kernels harvested
in 2004/2005, contaminated with rather high quantities of DON (200 — 2,460
pg/kg) and ZEA-a (520 — 1,680 ug/kg).

During submerged cultivation of these isolates in liquid media (GPY and
SPY) all 4 tested F. verticillioides cultures biosynthesized T-2 toxin (80 —
240 pg/L), as well as the control strain F. sporotrichioides KF-38/1/R.

Production of DAS and ZEA was not observed with F. verticillioides iso-
lates, but it was with control cultures F. graminearum (ZEA) and F. sporotri-
chioides (DAS) during cultivation in the same liquid media (GPY and SPY).

The influence of glucose, as sugar source, was more favourable than sac-
charose on T-2 toxin biosynthesis in most (80%) of the tested samples.

After 35 days of cultivation on solid natural substrate, the control strain
F. graminearum GZ-LES produced high DON (469,900 pg/kg) and ZEA
(4,416 pg/kg) quantities. Under the same cultivation conditions another control
isolate F. sporotrichioides KF-38/1/R, biosynthesized only type A trichothece-
nes (1,600 ug/kg DAS, and 2,400 ug/kg T-2 toxin, respectively).
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NCITUTUBAKE CITOCOBHOCTHU 3A BUOCUHTE3Y
OY3APUOTOKCHUHA KO FUSARIUM W3O0JIATA CA KYKYPY3A

Urop Jajuh!, Anekcanapa C. BouapoB-Cranuuh?, Munopaa b. bujenuh?
I TTosponipuBpenHu (akyiatet, JemapTMaH 3a CTOYapCTBO,
Tpr . O6pamosuha 3, 21000 H. Can, Cpobuja
2 AJ. ,,buo-exomomku uenrtap”, Ilerpa dpammmHa 15,
23000 3pemwanun, Cpbuja

Pesnme

WMako npurmana rpynu HajMamke TOKCUMYHUX TpuxoTeleHa (tum b), dy3apujymcku
MMKOTOKCUH Je3okcuHuBaieHon (JJOH) je ox Beaukor 3Hauaja 3a KBAIMTET XpaHe U
CTOYHE XpaHe, ¢ 003MPOM Ja MOXKEe OMTHM MHIMKATOP MPUCYCTBA APYTUX, TOKCUIHUJUX
jenumera kao wto je Hip. 3eapajieHoH (3EA). C apyre cTpaHe 3HauajHO je W Ipa-
hemwe mpucycrBa TpuxoreneHa tuna A (T-2 tokcuH u JAC) ¢ 003upoM Ha HUXOBY
M3Pa3UTy TOKCUYHOCT U Y MarbWM KOHLIEHTpalujama.

Llub oBor uMcTpakuBama je 01Mo Ja ce MCIMTA IOTeHLMjal 3a OMOCUHTE3y 3eapa-
neHoHa (3EA) u tpuxoreueHa tumna A (T-2 Ttokcun u JJAC) kon Fusarium KyaTypa
M30JI0BAaHUX Ca 3pHa KYKypy3a KOHTAMUHMPAHOT MUKOTOKCHHMMA.

HctpaxkuBamweM cy Ouiam obyxsBaheHu y3zopuu Kykypysa poma 2004/2005. rom.
TTOPEKJIOM U3 PAa3IMUUTUX perroHa bauke. MUKOTOKCUKOJIOIIKA MCTPaXKMBarba NAaTUX
y30paka ¢y Koja BehmHe mokasaia 3HavajHy koHTaMuHauujy ca JJIOH-om (200 — 2.460
ug/kg) n 3EA-om (520 — 1.680 pg/kg).

M3zonauuje u nneHtTudukamnuje dysapuja cy mokasajie UCK/bYUMBO IPUCYCTBO BpP-
cre F. verticillioides. icuTuBama TOKCUTEHOCTU OBMX M30J1aTa Cy O0aB/beHa y Tedu-
HUM CeMU-CUHTeTUYKUM Tomtorama ca riayko3oMm (I'TIK) u caxaposzom (CIIK), kao u
Ha BJIQXXHOM, CTEPWJIHOM 3PHY KYKypy3a.

VY natum ycioBMMa MCHUTAHU M30yaTh HUCY OuocuHTeTrcanu 3EA. 3a pasnuky
Ol WUX KOHTposiHA KyaTypa F. graminearum I'3-JIEC nokaszana ce kao BeoMa nobap
MPOIYLEHT (hy3apruoTOKCMHA — IpoM3BoaWIIa je MakcumaiHo 465.900 ug/kg JOH-a,
omHocHO 4.416 ug/kg 3EA.

Ha 6uocunTtedy T-2 TokcuHa y J1a0OpaTOPUjCKUM YCIIOBMMA Y BEJIMKOj MEpPU CY
YTULIAJM YCJIOBU KYJITUBHpama. Y BehMHU ciiyyajeBa cy Koi u3sonara F. verticillioides
nobujeHr Behu MpUHOCH y MOUI03U ca riayko3oM (80—240 ug/L). 3a pa3nuky on KOH-
TpPOJIHOT coja F. sporotrichioides K®-38/1M koju je y UCTMM yclIOBUMa OMOCUHTETH-
cao nopexn T-2 TokcuHa (4.000 pg/L) u JAC (240 pg/L), uzonaru F. verticillioides ca
3pHA KYKypy3a HUCY UCIOBWINA Ty CIIOCOOHOCT.
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PRESENCE OF DEOXYNIVALENOL
IN MAIZE OF VOJVODINA

ABSTRACT: By applying previously established optimal conditions for the determi-
nation of deoxynivalenol (DON) by liquid chromatography with DAD detector, in this
work, its content was determined in maize samples collected during the past 3 years
(2004—2006) from different locations in Vojvodina. Analyzing 103 maize samples in total,
the presence of deoxynivalenol was established in 42.7% of the samples. Only 3 samples of
maize contained DON in concentrations that exceeded the maximum permitted level (1
ug/g) legislated in most countries.

KEY WORDS: deoxynivalenol, liquid chromatography, maize

INTRODUCTION

DON is the most widely spread mycotoxin from the trichotecene group,
produced by fungi from the genera Fusarium, most frequently Fusarium gra-
minearum and Fusarium culmorum. The most sensitive to the presence of the-
se fungi are wheat and maize, a disease of wheat caused by this fungus is
known as Fusarium head blight, while of corn, it is known as Gibberella ear
rot (JECFA, 2001). Infection of these cereals causes a decrease in the grain si-
ze and the protein content in the grain, and has harmful effect on germination.
The final result is a decrease in the yield and the feed quality. Its presence in
feed is manifested by rejection of feed, vomiting, diarrhea and finally, the
weight loss in livestock (Kuiper-Goodman, 2002). The most sensitive
to the presence of deoxynivalenol are pigs, hence already at concentrations of
1 mg/kg in feed a certain percentage of these animals refuse food. That is
exactly why this deoxynivalenol doses is the maximum permitted dose in feed
intended for this animal species in most countries worldwide.

The maximum permitted level of deoxynivalenol in feed for milk cows is
also 1 mg/kg, while the level considered to be permitted for cattle and sheep is
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5 mg/kg, although these species can tolerate levels above 10 mg/kg. The least
sensitive species to the presence of this mycotoxin in feed is poultry, although
the maximum permitted level of deoxynivalenol in this case is 5 mg/kg (Cana-
dian Grain Commission, 1999).

The maximum permitted levels for this mycotoxin, however, have not
been yet legally regulated in our country, either in foodstuffs or in feed.

Most frequently used for quantitative determination of DON are chroma-
tographic methods, i.e. liquid chromatography (LC) with or without derivatiza-
tion of DON, as well as gas chromatography with almost compulsory derivati-
zation, and somewhat less commonly used thin layer chromatography (TLC),
immunochemical method and others (JECFA, 2001; Krska, 2001; Lom -
baert, 2002; Jajic, 2004). All quantitative methods for deoxynivalenol de-
termination (except immunochemical) require clean-up of crude sample extract
by solid phase extraction (SPE). To that purpose, columns with different sor-
bents are used: activated charcoal, alumina and celite (Eppley et al., 1986),
fluorisil (Sano et al., 1987), silica-gel, ion exchange resins, as well as diffe-
rent combinations of the above sorbents (Lauren and Greenhalgh,
1987). Lately, the most frequently used are multifunctional, so called MycoSep
columns (Weingaertner etal, 1997, Mateo et al., 2001) and to some
extent less often immunoaffinity columns filled with antibodies specific for an
individual mycotoxin (Cahill et al., 1999).

In the study that encompassed the available data from the entire world,
performed by JECFA (2001), deoxynivalenol was found as a frequent conta-
minant of cereal grains such as wheat (11444 samples, 57% contaminated),
maize (5349 samples, 40% contaminated), oats (834 samples, 68% contamina-
ted), barley (1662 samples, 59% contaminated), rye (295 samples, 49% conta-
minated), and rice (154 samples, 27% contaminated).

The aim of this work was to determine the DON content in maize sam-
ples collected in Vojvodina by applying previously established optimal condi-
tions for DON determination by liquid chromatography with DAD detector
(Abramovic et al, 2005). In addition, this paper attempted to compare
the data with those found in relevant literature about the incidence of this
mycotoxin in countries of our region.

MATERIAL AND METHODS
Materials

All solvents used for DON extraction from corn samples, as well as for
the mobile phase preparation were of LC grade. All chemicals used in the in-
vestigation were of reagent grade. Solutions were prepared in deionized water,
except when stated otherwise.

Deoxynivalenol calibrant solutions. Deoxynivalenol (Biopure, Tulln, Au-
stria) was purchased as an analytical standard. Calibrant solution was prepared
in ethyl acetate-methanol (19:1, v/v) at the concentration of 85.05 ug/cm? from
crystalline substance, according to AOAC method 986.17. Stock solution con-
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taining DON at 17.01 pug/cm® was prepared by measuring 2.00 cm? calibrant
solution of DON into a 10 cm? volumetric flask, and diluting to volume with
ethyl acetate-methanol (19:1, v/v). Working calibrant solutions were prepared
by evaporation of the appropriate volume of the stock solution and dilution
with the appropriate volume of methanol. Standard solutions were stored at 4°C.

Sample and preparation. Maize samples were collected during past 3
years (2004—2005) from different locations in Vojvodina. Immediately after
the sampling, each sample was prepared by grinding in a laboratory mill. After
that, the sample was homogenized by mixing. Sample prepared in such a way
was packed in plastic bags and stored in a freezer at —20°C until analysis. Pri-
or to each analysis, the samples were allowed to reach room temperature.

Apparatus

The equipment consisted of an LC system — HP1090 Liquid Chromato-
graph (Hewlett Packard, Palo Alto, CA, USA) with a DAD detector (Hewlett
Packard, Palo Alto, CA, USA) and a column Hypersil ODS (100 x 4.6 mm
1.d., particle size 5 mum, Agilent Technologies, USA).

Activated charcoal-alumina-Celite-cation exchange resin (CACC) column.
The column was prepared in the following way: a plug of glass wool was in-
serted into the tapered end of a glass tube (9 cm x 1.5 cm i.d.); then 0.1 g of
Celite (545, Merck, Darmstadt), 1.5 g of activated charcoal (Darco G-60, Sig-
ma-Aldrich, Steinheim), alumina (70—230 mesh, Merck, Darmstadt), and Ce-
lite mixture (7:5:3) were added, loosely packed, and tapped to level. 2 g of ca-
tion exchange resin (0.3—0.9 mm, Kemika, Zagreb), prewashed with 10 cm?
of methanol, was added and lightly compacted above activated charcoal-alumi-
na-Celite by pushing down a second glass wool plug.

The following equipment was used to perform the analyses: magnetic
stirrer (MM-530, Tehtnica Zelezniki, Yugoslavia), sample evaporator (Rotava-
por-R, Buchl, Switzerland), 1.5 pm microfiber filters (110 mm i.d., Vicam,
Watertown, MA, USA), pipettes of different volumes (Eppendorf, Hamburg,
Germany), 5B Advantec filter paper (0.13 mg/circle, 125 mm i.d., Toyo Roshi
Kaisha, Ltd., Japan), and single position pump stand (Vicam, Watertown, MA,
USA).

Procedure

Principle. DON was extracted from maize with the mixture of acetonitrile
(ACN) — water. After filtration, the crude extract was cleaned-up on CACC
column. The cleaned-up extract was evaporated up to dryness, residue redissol-
ved in methanol and analyzed by liquid chromatography with DAD detection.

Extraction and clean-up. 25.0 g of the sample were extracted with 100
cm?® of ACN-water (84:16, v/v) and shaken on a magnetic stirrer for 60 minu-
tes. After filtration through Advantec filter paper, 6.0 cm? of the extract were
applied to the prepared column. The column was then washed with 5 cm? of
the solvent mixture comprising of ACN-water (84:16, v/v) at about 0.6 cm?/
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min. The cleaned-up extract was evaporated to dryness, dissolved in 3 cm?® of
ethyl acetate and quantitatively transferred to an evaporation vessel by triple
washing with 1.5 cm? ethyl acetate. The eluate was evaporated up to dryness.

Liquid chromatography. The purified, evaporated residue was redissolved
in 300 pl methanol, and a 15 pl aliquot of the solution was injected into the
LC system at following chromatographic conditions: mobile phase, a mixture
of solvents ACN-water (16:84, v/v), A = 220 nm, flow rate 0.6 cm’*/min. Cali-
bration curves used for quantitative determination were constructed on the ba-
sis of the area under the DON chromatographic peaks, using the working stan-
dard solutions.

RESULTS AND DISSCUSION

Samples of maize, collected over the period 2004—2006. in Vojvodina
were analyzed and the results are presented in Table 1. As it can be seen, the
DON content was above the LOQ in 50% maize of samples collected in 2004.
The number of samples from the 2005 harvest was much higher (76) and the
percentage of DON positive samples was 42.1%. During 2006, 17 samples
were collected and analyzed, and 41.2% was positive. Only 3 samples of mai-
ze contained DON in concentrations that exceeded the maximum permitted le-
vel (1 ug/g) legislated in most countries.

Tab. 1 — Content of DON in maize samples collected during 2004—2006

Concentration in samples

No. of No. of positive

Year samples samples (%) Average Range
(mg kg—1) (mg kg—1)
2004 10 50.0 0.54 0.05—2.46
2005 76 42.1 0.36 0.045—2.21
2006 17 41.2 0.26 0.19—0.36

In case of maize, the infection of the ear most frequently takes place
through the tip of the ear, when the fungi penetrate through the silk in the
phase of maize flowering (Sutton, 1982). Exceptionally humid weather in
the period from silking to ripening, enables ear contamination (Vigier et
al., 1997). The ear is the most sensitive to contamination at the beginning of
silking, while this sensitivity lowers with silk aging (Reid et al, 1992;
Reid and Hamilton 1996). The silking period in the climatic region of
Vojvodina and Serbia takes place within about 60 days from the moment of
plant sprouting (during the month of July and the first half of August).

According to the reports of the Republic Hydrometeorological Service of
Serbia (2004; 2005; 2006) the average monthly spring and summer temperatu-
res were somewhat higher (2004), i.e. around the average value (2005) in
comparison to the appropriate long-term average value (1971—2000). With re-
spect to humidity, the year 2004 was somewhat more humid than the appropri-
ate long-term average (1971—2000), while 2005 can be classified as “highly
humid” because of frequent rains, especially in the period July-August, which
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is, as it has already been said, the critical period for the development of fungi
in maize. In July 2006, the average daily temperature values were higher, with
deficit rainfall, while in August, it was colder and more humid than the appro-
priate long-term average (1971—2000), especially in the south of Vojvodina
and central Serbia.

Aforementioned data infers that favourable conditions for the growth of
F. graminearum and subsequent DON toxin production might have occurred,
especially in 2005. However, the similar results, regarding the contamination
with DON during 2004 and 2005, and in some cases, even higher contamina-
tion of the 2004 harvest (although the climatic conditions were somewhat less
favourable for the fungal growth), are most likely due to the fact that the sam-
ples were analyzed one year after storage in barns, which enabled further
mycotoxin production.

In the study, performed by JECFA (2001), deoxynivalenol was a frequent
contaminant of maize (5349 samples, 40% contaminated) in the concentration
range 3—3700 ug kg—!. The european study on the occurrence of Fusarium
toxins (EC, 2003) revealed that 57% of the samples of cereals from 11 coun-
tries (11022 samples) were positive for DON. A high frequency of DON was
found in maize (89%).

In the period between 1991 and 1998, Rafai et al. (2000) investigated
maize (760) for the presence and concentration of DON in Hungarian cereals.
The incidence rate of DON in maize was 10.8%.

Curtui et al. (1998) analyzed samples of maize (30), collected in 1997
after the harvest in western Romania, by enzyme immunoassays. Frequency of
DON contamination was 46% (median value 890 pmg kg—! and maximum
concentration 160.000 umg kg—"!). Climatic conditions prevailing in the sum-
mer months of 1997 were characterized by heavy rainfall before harvest.

As it can be seen, in respect to the obtained results of the incidence rate
of DON in analyzed samples, it can be said that they mostly fluctuate. Na-
mely, differing from the results for Hungarian maize samples (Rafai et al.,
2000), in which low incidence rate of DON (10.8%) was observed, in Roma-
nian and our maize samples it is significantly higher (46 and 42.7%, respecti-
vely). Similar results, 40%, were presented in JECFA (2001), while the EC
(2003) reports a significantly higher contamination of maize, even 8§9%.

Such differences in contamination by DON in maize of the region are
most likely due to several factors. Data are not from the same years and im-
pact of the climatic factors, as it can be seen, is considerable. Some authors
like Rafai et al., (2000), did not provide data about the climatic conditions
during the period of their research (1991—1998). Also, the limit of detection
or limit of quantitation of the analytical method used for DON determination
also influence the incidence rate of DON in maize. We believe that different
agrotechnical conditions among the countries of region are not important, be-
cause land treatments and growing crops are performed in similar manner.
This is particularly the case if comparisons are made in respect to the results
presented in the studies of JECFA (2001) and EC (2003).

In conclusion to the occurrence of the range of DON in maize in Vojvo-
dina and Serbia, on the basis of the foregoing discussion of our findings, with
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reference to data in relevant literature, it can be said that although the inciden-
ce rate of DON in Vojvodina-grown maize is occasionally considerable, the
position of the country is not worse than the average of the surrounding coun-
tries. Besides, the concentration range of DON is low or medium, while the
concentration was higher than the maximum level adopted by EC only in three
cases. By regulating the maximum permitted level of DON in feed and food in
Serbia, as well as by establishing monitoring programs the risk for the consu-
mer could be minimized.
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[TPUCYCTBO JEOKCHMHUBAJIEHOJIA ¥ KYKYPY3Y BOJBOANHE

Hrop M. Jajuh!, busana ®@. Abpamosuh?, Bepuna b. Jypuh!, Cama 3. Kpcrosuh!
I TTossonpuBpeaHu ¢akynret, JenaprmaH 3a croyapcTBo, Tpr Jdocureja
O6panosuha 8, 21000 Hoeu Can, CpOuja
2 TIpuponHo-maTtemMaTuuku (akynrer, Jdemaptman 3a xemujy, Tpr Jdocureja
O6panosuha 3, 21000 Hoeu Can, CpOuja

Pe3nme

[MpumeruBamkeM NPEeTXOJHO YTBpl)eHE ONTUMMAaTHE ycioBe 3a onpehuBambe J1e0oK-
CHMHMBaJIeHOJIa TeYHOM XpoMmartorpadujoMm ca DAD geTekTopoM, y OBOM paiy je oape-
hHeH mweroB canpikaj y y3opuuMa KyKypy3a Koju ¢y TOKoM mpotekie 3 roaune (2004—
2006) cakyIubeHM ca pasIMYUTHX JIOKajuTeTa y BojBommHu. AHamm3om ykymHo 103
y30pKa KyKypy3a yTBpljeHa je IpUCYTHOCT AeOKCUHUBajeHona y 42,7% y3 KOHCTaTalu-
Jy Aa je cera 3 y3opka MMajo caap:aj u3Haja | pg/g, KoIMYMHE Koja jeé MaKCUMaJIHO
JI03BOJbeHA y BeNUHM 3emMalba.
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ANTIGENIC CHARACTERISTICS AS TAXONOMIC
CRITERION OF DIFFERENTIATION OF ALTERNARIA SPP.,
PATHOGENIC FOR CARROT AND PARSLEY

ABSTRACT: Identification of Alternaria genus species is a very complicated process
which demands broadly designed investigations and studying of great number of properties
which together can be considered as satisfying taxonomic criteria. The main objective of
these investigations was examining the possibilities of applying the antigenic characteristics
of Alternaria spp. phytopathogenic fungi as a taxonomic criterion, as well as introducing
the serological methods for their identification. Conducting the examination of Alternaria
spp., pathogenic for Apiaceae plants in Serbia, several isolates were obtained and identified
as Alternaria radicina, A. petroselini, A. dauci and A. alternata, based on the conventional
mycological methods and host range, as well as on molecular detection and partial characte-
rization.

The investigation included 12 isolates from plant leaves, seeds and soil, which were
pathogenic mainly to carrot and parsley and were identified as A. radicina, A. petroselini,
A. dauci and A. alternate. Investigated isolates were compared with each other, as well as
with standard isolates for the mentioned species (a total of 5 isolates, originating from USA
and EU).

During the investigation of serological characteristics of Alternaria spp., firstly a
polyclonal antiserum was prepared against one isolate from Serbia, identified as A. dauci.
This antiserum was specific to Alternaria genus, while there was no reaction with antigens
from other phytopathogenic fungi genera (Fusarium, Rhizoctonia and Agaricus). Antiserum
titer, determined by slade agglutination test, was 1/32. Antigenic characteristics of Alterna-
ria genus fungi were examined by Electro-Blot-Immunoassay serological method (EBIA,
Western blot), i.e. their protein profiles were compared.

Investigated Alternaria spp. isolates showed different protein band profiles in gel and
on nitrocellulose paper, and the observed differences were in complete correlation with the
results of the previous identification. All investigated isolates, both domestic and the stan-
dards, were similar to each other, and they could be correctly identified to the species level
using EBIA. Besides grouping to the species level, antigenic characteristics indicated simi-
larities and differences among the isolates within the same and different species, showing
their complex relationships which properly reflect their diversity in nature.

In all the previous investigations of Alternaria genus fungi up to now, there have
been no data about their serological characteristics as possible taxonomic criteria. Intro-
duction of this group of characteristics represents an important contribution both to the
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taxonomy and implementation of fast and accurate methods of phytopathogenic fungi iden-
tification.

KEY WORDS: Alternaria spp., antigenic characteristics, EBIA, polyclonal antiserum,
taxonomic criterion

INTRODUCTION

Alternaria species are probably the most common fungi that mycologists
deal with in different scientific fields. There is a huge number of species na-
mes in literature which are, in fact, synonims for undetermined taxonomic ac-
curacy. That is the reason why it is so difficult even to collect any reliable da-
ta about how many species belong to this genus. It is estimated that this num-
ber varies from 100 up to several hundred species (R o tem, 1994). Since they
are extremly variable and widely distributed, Alternaria spp. have been descri-
bed under different names and that is why their taxonomy, classification, and
systematics are very complex and mostly incompletely solved today (Sim -
mons, 1992, Pryor and Michailides, 2002). Diagnostic characteri-
stics of Alternaria genus include the formation of chains of dark-coloured,
multi-celled conidia with beaks of tapering apical cells. However, these cha-
racteristics are not common to all the species belonging to this genus, which
led to taxonomic confusion among researchers during the history of Alternaria
classification (Rotem, 1994).

Because of the complex differentiation of particular species within this
genus, as well as the differences among particular isolates of the same species,
some authors have suggested and used different criteria for determination of
taxonomic relationships among the species (host range, cultural and morpholo-
gical properties, pigment and crystal formation, etc.). In this way, for example,
Pryor and Gilbertson (2002) differentiated some isolates of A. radi-
cina and A. petroselini, which had been previously improperly classified as
undetermined nomenclature. The criteria which they used were the growth rate
on PDA, yellow crystal formation and host range.

According to Rotem (1994), Alternaria spp. taxonomy is very com-
plex because of the variability of their morphological features, which are af-
fected by the environmental conditions and other factors. Whatever the nature
of these factors is that variability of Alternaria species has created a taxo-
nomic dilemma, and led to the description of some species which have never
been confirmed by other researchers. This situation confuses plant pathologists
who investigate physiology, epidemiology, or the possibilities of control mea-
sures, and expect from taxonomy the proper and correct identification of the
concerned organisms. Taking into consideration the possible influence of the
environmental conditions, Rotem (1994) suggests that a researcher should
give his opinion only after examining a great number of isolates originating
from different localities. Simmons (1992) states that taxonomy and classi-
fication of fungi from any genus, including genus Alternaria, have to, at least
at the beginning, undoubtedly match a species name with its constant morpho-
logical characteristics, as well as with its biology, pathogenicity, reproduction,
physiology and other properties.
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The main objective of this investigation was the comparison of chosen
Alternaria spp. isolates on the basis of their antigenic characteristics. The iso-
lates were obtained from tissue, soil and seed of host plants from Apiaceae fa-
mily, and their proper and precise identification and characterization had been
previously done up to the species level, using conventional and molecular de-
tection methods. Since serology has not until now been applied in Alternaria
genus investigations, the obtained results could contribute to a more precise
determination of the relationships and taxonomic status of Alfernaria fungi,
pathogenic for hosts from Apiaceae family, as well as to the development of a
new group of methods which could be applied in routine detection and identi-
fication of fungi.

MATERIAL AND METHODS

Isolates. In the period 2004—06, the inventory of Alternaria spp. fungi
included diseased leaves and petioles, soil and seed of carrot, parsley and other
plants from Apiaceae family in Serbia. A total of 17 isolates were chosen for
the investigation, 12 of which from the Republic of Serbia (8 from seeds, 2
from plant tissue and 2 from soil), and 5 standard isolates originating from
USA (B. M. Pryor, University of California, Davis) and Europe (J. van Bilsen,
Bejo Zaden B. V., Warmenhuizen, Holland). On the basis of examination and
identification, using conventional methods and host range, as well as molecu-
lar detection and partial characterization, the obtained isolates were classified
as Alternaria radicina, A. petroselini, A. dauci and A. alternata (Bulajic,
2007).

Antigen preparation. Antigens for rabbit immunization were prepared
from isolate 108 mycelium, originating from Serbia, which had been previo-
usly identified as A. dauci. Antigen was prepared according to the method of
Adams and Butler (1979). The chosen isolate was first cultured on a so-
lid nutrient media for three times, and then on a liquid synthetic GNA. The
obtained mycelium was dried using vacuum pump, frozen at —18 to —20°C, or
—80°C and stored until usage. Amount of 8 g of frozen mycelium was homo-
genized in a pestle and mortar with 40 ml of 0,1 M Tris-HCI buffer pH 8,0
(1,211 g Trizma base, Sigma, Chemical Company, dissolved in 100 ml distil-
led water, and pH adjusted with concentrated HCI to pH 8,0). After 2 hours of
horizontal stirring, the obtained extract was centrifuged for 40 min at 11000
rpm in Eppendorf centrifuge (5804 R). Pellet was eliminated and supernatant
was used as an antigen for rabbit immunization.

Antiserum production. Antiserum was produced by rabbit immunization,
by daily intramuscular injecting of increasing volume of previously prepared
mycelium suspension, for 10 days. Total of 21,25 ml of isolate 108 mycelium
suspension was injected. After blood coagulation, the liquid phase was separa-
ted from clot, and it was used as antiserum in further investigation of Alterna-
ria spp. antigenic properties.

Determination of antiserum titer. Antiserum titer was determined using
serological method of agglutination on a glass slide. Antigen dilutions were

145



prepared in 0,01M phosphate buffer pH 7,0 and antiserum dilutions in physio-
logical solution. Agglutination on a glass slide was carried out according to
Noordam (1973) and Krstié¢ and ToSi¢ (1994) method. Formation of
precipitates was observed in dark field (DF) using Olympus CX41 microscope
(magnification 100x).

Determination of antigenic characteristics. Alternaria spp. antigenic cha-
racteristics were investigated using Electro-Blot-Immunoassay serological me-
thod (EBIA, Western blot). For EBIA, fungi samples were prepared by adding
250 pl of loading buffer (Laemm1i, 1970) into 500 ul of mycelium suspen-
sion prepared in the same way as for the antiserum production. Then, the sam-
ples were boiled in water bath for about 10 min, and after cooling stored, at
—20°C until usage. Electro-Blot-Immunoassay serological method (EBIA, West-
ern blot) was used for comparing the fungi isolates on the basis of their anti-
genic characteristics, as well as their protein profiles. This method (O’ Don -
nell etal, 1982; Rybicki and Von Wechmar, 1982) includes: anti-
gen electrophoresis in polyacrylamide gel, adsorption from the gel to nitrocel-
lulose paper, and immunoenzyme detection of antigen on NC paper. SDS
polyacrylamide gel electrophoresis was performed by using discontinuous gel,
5% for protein concentration, and 12,5% for protein separation. About 40 pl
of antigen sample was added per each slot of the gel. Electrophoresis was car-
ried out by Protean II xi Cell (Bio-Rad) vertical slab gel apparatus with cool-
ing. Components were conducted through the gel for protein concentration at
constant 30mA, and through the gel for protein separation at 50mA. After
electrophoresis had been completed, proteins were immediately adsorbed on
NC paper (Protran, Nitrocellulose Transfer Membrane, pore size 0,45 um,
Whatman, Scheicher and Schuell, EU). Antigen adsorption was performed at
room temperature. NC paper was processed using immunosorbent method, ac-
cording to the catalogue manual No 170-6545 Bio-Rad, as O’ Donnell et
al. (1982) had previously described, and Shukla et al. (1989) modified. In
the investigation of isolate antigenic characteristics, antiserum dilution was
1:250, and Anti-rabbit IgG peroxidase conjugate affinity isolated antibody de-
veloped in Goat (Sigma Immuno Chemicals) was diluted 1:2500 in skimmed
milk. Paper development was performed in the mixture of 50 ml TBS with 10
ml methanole solution of 20 mg 4-chloro-1-naphthol (Bio-Rad) and 30 ul 30%
hydrogen peroxide. Colour development was followed visually. The presence
of bluish-purple band was considered as a positive reaction, and its absence as
a negative reaction between antigen and antiserum.

RESULTS

Polyclonal antiserum was prepared against isolate 108 which, according
to the previously obtained results, belongs to species A. dauci. Antiserum was
prepared by rabbit intramuscular immunization with the total of 21,25 ml of
mycelium suspension. Antiserum, in dilution 1/1, reacted positively in slide
agglutination test with homologous antigen, i.e. with prepared antigen of isola-
te 108. In additional agglutination tests, negative reactions were observed with
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the following antigens: MLE isolate of double-nucleate Rhizoctonia AG-A
(Vico, 1997), and Fusarium sp., both from the Collection of Department of
Plant Pathology, Faculty of Agriculture, Belgrade, and Agaricus sp. (Basidio-
mycotina) prepared from fresh carpophora. In this way it was confirmed that
antiserum shows specific reactions only with Alternaria species. According to
the obtained results, the antiserum titer was 1/32, while the antigen titer was
1/256 (Table 1). Reactions were visualized about 2h after mixing the anti-
serum with the antigen.

Tab. 1 — Determination of polyclonal antiserum titer, prepared against Alternaria isolate 108
Antigen Dillution of polyclonal antiserum prepared against isolate 108
dillution 1/1 12 1/4 1/8 1/16 1/32 1/64 K;
171 ++++2 ++++ +++ ++ ++ + — —
172 ++++ ++++ +++ + ++ + — —
1/4 ++ +++ + + ++ + — —
1/8 ++ +++ ++ — — — — —
1/16 ++ +++ + — — — — —
1/32 +++ +++ ++ — — — — —
1/64 ++ + — — — — — —
1/128 + + — — — — — —
1/256 + — — — — — — —
1/512 — — — — — — — —
K, — — — — — — — —
a — reaction intensity: — = negative reaction, * = very weak reaction, + = weak reaction,

++ = medium reaction, +++ = strong reaction i ++++ = very strong reaction,
K; = negative control, physiological solution, K; = negative control, Tris-HCI buffer

Electro-Blot-Immunoassay serological method (EBIA, Western blot), ap-
plied in these investigations, made possible, to a considerable extent, the study
of antigenic characteristics and serological relationships of 12 domestic and 5
standard Alternaria spp. isolates. Figure 1 shows the presence of bluish-purple
bands, which indicates positive reactions between the antigen and the antise-
rum. It is clear that the prepared antiserum reacted with all Alternaria fungi
isolates, but not with Agaricus spp., which proves its specificity. The presence
and intensity of bands on NC paper were estimated visually, and the results
were summarized in Table 2.

According to the protein band profiles on NC paper, antigenic characteri-
stics of examined Alternaria spp. isolates indicate that they belong to four dif-
ferent species: A. radicina, A. petroselini, A. dauci and A. alternata. A. dauci
isolates (68-5, 94 and 108, as well as the standards) reacted by forming the
greatest number of bands (9—14, depending on the isolate), which was ex-
pected, considering that antiserum was prepared against isolate 108. These five
isolates can be clearly separated from the others by their protein band profiles.
It should be emphasized that studying the antigenic characteristics under the
given conditions revealed some additional differences among the isolates from
the same species. Therefore, besides great similarities, some differences were
also observed among some isolates within this compact group-species. The
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isolate 68-5 has protein bands 14 and 15, which are omitted in the other isola-
tes from this species. Only this isolate forms protein band 12 and shows some
similarity with isolate 13, identified as A. alternata. Among the all investiga-
ted, only these two isolates, 68-5 (A. dauci) and 13 (A. alternata), although
belonging to different species, form protein bands 14 and 15. Nevertheless,
isolate 13 (A. alternata) clearly differs from all the other isolates included in
the investigations, by omitting the protein band 6, which is common to all A.
dauci and A. radicina isolates, except for the isolate 68-1. The group of isola-
tes which belong to species A. radicina (68-1, 89, BMP 79 and NL1R), with a
few exceptions, showed smaller number of protein bands in profile, i.e. revea-
led differences between particular isolates. Thus, only isolate 68-1 does not
form band 6, which is present in all the others in this group, and does not
completely correspond to a common profile. The group of isolates belonging
to A. petroselini (69, 95, 106 and BMP 139) also exhibited great uniformity of
characteristics, but reacted with smaller number of bands, which were of
weaker intensity, compared to the other Alternaria spp. All the isolates from
this group formed five bands each, while variations within this group were not
observed under the investigations conditions.

Fig. 1 — Serological reaction of Alternaria spp. isolates using EBIA method

BMP 155 and NL2D standards for A. dauci, 108, 94 i 68-5 (A. dauci),
Agaricus sp. (-) control, 13 (A. alternata), BMP79 and NLI1R standards for A.
radicina, 89 1 68-1 (A. radicina), 106, 95 i 69 (A. petroselini) and BMP 139,
standard for A. petroselini
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DISCUSSION

In comparison to other features, serological characteristics in mycology
are investigated and used less frequently. Nevertheless, there are examples of a
very successful application in distinguishing or diagnostics of particular plant
pathogenic species of fungi, even the categories lower than species level
(Mohan, 1989; Mathew and Brooker, 1991; Benson, 1992; Bo -
wen etal, 1996; Dewey and Cole, 1996; Hahn and Werres, 1996;
Heppner and Heitefuss, 1996; Stcherbaukova and Umnov,
1996; Ueli and Walsh, 1996; Srivastava and Arora, 1997, Vico,
1997; Williams and Fitt, 1999; Kesari et al., 2005). Antigenic cha-
racteristics of particular fungi have been successfully used even for detection of
the presence of some mycotoxins in different substrates (Szurdoki et al,
1996). This experience shows that studying of phytopathogenic fungi serologi-
cal characteristics could lead to the development of very powerful and fast
methods for detection or diagnostics, which could be routinely used.

Serological features of Alternaria species have not been studied almost at
all. These fungi have drawn the greatest attention as powerful allergens, and
the greatest number of published papers is related to studying of their antige-
nic properties in human medicine (Scumacher et al., 1975; Vijay et al,
1997; Bush et al., 1983; Chang et al, 1989; Weber, 2001). Gui-
long (1995) studied the possibility of application of standard serological test
ELISA, which is routinely used in diagnosis of plant pathogen categories other
than fungi, for A. alternata, detection on tobacco seed. Antiserum used in his
investigation was highly specific to A. alternata and it did not react with fungi
from other genera, which is in complete accordance with the results obtained
in this investigation. Our results, obtained by using EBIA, showed the pre-
sence of bands in protein profiles, which could be specific for particular spe-
cies. Specificity of the produced antiserum, if necessary, could be improved
for diagnostic purposes. However, since the objective of this investigation was
comparison of taxonomic relationships among Alternaria isolates, the fact that
the produced antiserum reacted with all the examined isolates made the com-
parison of their protein profiles possible, so that their common or specific fea-
tures could be observed.

Study on the antigenic characteristics of the examined Alternaria isolates,
pathogenic for Apiaceae plant hosts, provided a new insight into their taxono-
mic relationships. Serology, as a taxonomic criterion, succeeded in grouping
the isolates based on the appearance of their protein profiles in the way which
completely corresponds to all other criteria, used in this investigation. Except
the grouping to an assumed species level, antigenic properties indicated both
similarities and differences among the isolates within the same and different
groups-species, revealing their extremely complex relationships which genui-
nely reflect the diversity of these fungi in nature.
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AHTUTEHE OCOBMHE KAO TAKCOHOMCKHU KPUTEPUIYM 3A
PA3JIMKOBAILE ALTERNARIA SPP. ITATOTEHUX 3A MPKBY U TEPIIYH

Bynajuh P. Anekcanapa!, Iykuh 1. Harama!,
hexuh M. MBana?, Kpctuh b. Bpanka!l
I TTommonpuBpenuu dakynrer, Hemamwuna 6, 11070 beorpan—3emyH, Cpb6uja
2 CtuneHaucta MUHUCTApCTBA HayKe M 3allTUTE KMBOTHE CPEIVHE

Pesnme

Wnentudukanmja Bpcta y OKBUpY pojna Alternaria je BeoMa CJI0KEH IPOIEC KOju
3axTeBa ILIMPOKO ITOCTaB/beHa MCIUTHBaMa M IpoydyaBambe Beher Opoja ocoOMHA Koje
3ajeIHO MpeCTaBibajy 3aa0BosbaBajyhe TakcoHOMCKe Kputepujyme. OCHOBHU 1IMJ/b OBOT
pama je 6umo ma ce ucnuTa MOTYhHOCT IpuMeHe aHTUIe€HMX OCOOMHA (PUTOIMaTOTeHUX
IJbUBa U3 poaa Alternaria Ka0 TAaKCOHOMCKOT KpUTEpHUjyMa, Kao U yBolere ceposio-
IKUX MeToda 3a muxoBy uaeHTHdukauujy. [IpoydyaBajyhu rismBe n3 poma Alternaria
Koje cy maroreHe 3a rajeHe OWJbke U3 daM. Apiaceae y HaIIOj 3eMJbU, TOOMjEHO je BU-
e M30J1aTa KOju Cy, Ha OCHOBY IpoOydyaBarba KOHBEHIIMOHAJTHUM MeETojamMa W Kpyra
nomahuHa, Kao MU MOJIEKyJapHe AeTeKlvje M JeJMMUYHE KapakTepusalldje, pa3Bpcra-
HU y 4yeTtupu Bpcre: Alternaria radicina, A. petroselini, A. dauci n A. alternata.

V ucnutuBama je 610 yK/bydeHo 12 M30j1aTa MOPEKJIOM ca JIMCTa, CeMeHa W
13 3eMJb€, KOjU CY UCIOJbAaBAJIM MATOTEHOCT MPBEHCTBEHO MpeMa MPKBU U TEPIIYHY U
uneHTU(dUKOBaHU N1a TIpuraaajy Bpcrama A. radicina, A. petroselini, A. dauci u A. al-
ternata. icnuTuBaHU U30yaTu cy Mel)ycoOHO yrmopehuBaHM Kao W ca cTaHmapauma 3a
HaBeneHe BpcTe (YKymHO 5 m3omata, mopeknom u3 CAJl n EY).

IIpuirvkoM McUTUBaA CEPOJIOLIKUX OCOOMHA Alfernaria spp., IPBO je NPUIIPE-
MJbEH TIOJIMKJIOHAJIHU aHTUCepyM Ha u3osiat u3 Cpbuje, Koju je uaeHTU(GUKOBaH Kao
A. dauci. AHTHCEpYM je MCIOJbUO CIeUU(MUIHOCT 3a poxd Alternaria, DOK HHje pearo-
Bao ca aHTUIreHWMa M3 JPYrux poposa (uronaroreHux rbusa (Fusarium, Rhizoctonia,
Agaricus). Tutap aHTucepyMa, UCIIUTUBAH METOAOM ariyTUHAIlMje Ha TIJIOYUIM, OUO
je 1/32. AHtureHe ocoOuHe TbMBa U3 pona Alternaria mpoydyaBaHe Cy TIPUMEHOM
eJ1eKTPo(hOPETCKO-aICOPIILIMOHO-UMYHOEeH3UMCKe cepoJionike metone (EBIA, Western
blot), onHOCHO yropehuBaHU Cy HUXOBU MPOTEUHCKU MPODUIH.

HcnutuBanu uzonaru Alternaria spp. UCTIOJbUIN CY pa3inuuTe npoduiie nporte-
MHCKMX Tpaka y rejly M Ha HUTPOLIEJYJIO3HOM Marupy, a youeHe pasjivuke Cy, y MOTIy-
HOCTH, OJroBapajie pesyiaTaTuma MpeTxoaHe uaeHTudukauuje. HaBeneHu wuzonatu,
momahy Kao M cTaHmapau, MUCIOBUWIM cy Mel)ycoOHe CIMYHOCTM M MOIJIM Cy OUTH
MpaBUHO WaeHTU(bUKoBaHe 10 HUBoa BpcTe, mpumeHoM EBHWA. Tlopen rpynucama
JI0 HABOA BPCTa, aHTUT€HE OCOOMHE Cy yKazaje Ha MOCTOjakhe¢ CIAMYHOCTU M pasjivKa
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usMelyy n3osara yHyTap UCTMX, OMHOCHO Pa3jIMYUTUX BpCTa, yKa3zyjyhu Ha HHXOBE Be-
oMa ciokeHe MeljyomHOCe KOju BepHO OCIMKaBajy OMBEP3UTET IMOCTOjarba OBUX IJbUBA
Yy TIPUPOJIHN.

V mocamammyM IIpoydyaBalbuMa IJbUBa U3 popa Alternaria, He TIOCTOje MOIAIINA
O HUXOBUM CEPOJIOIIKUM OCOOMHaMa Kao MOTYNUM TaKCOHOMCKUM KPUTEPUjyMUMA.
VBohemwe oBe rpyre ocoOmHa, IIpeAcTaBba 3HAYajaH JOIPUHOC KAKO Yy TAKCOHOMMUjU,
TaKo W y NPUMEHM Op3MX U TAaUHMX MeTola WAeHTU(UKaLuUje (UTOMATOTeHUX IJbUBA.
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RESISTANCE OF SOME COMMERCIAL WINTER
WHEAT CULTIVARS TO TILLETIA TRITICI

ABSTRACT: This paper deals with the resistance of twenty commercial winter wheat
cultivars to common bunt causal agent (Tilletia tritici). Significant differences among the
cultivars concerning the infection percent were observed, as well as the differences in the
level of commercial cultivars’ resistance to 7. tritici. Most of the studied cultivars belonged
to susceptible categories, and just few of them to the resistant ones. Cultivar Lasta was
classified as highly resistant during the both investigation years in Kragujevac, while in Le-
posavi¢ Lasta and Tiha were classified as resistant. The other studied cultivars were more
or less susceptible.

KEY WORDS: wheat, Tilletia tritici, common bunt, resistance, cultivar

INTRODUCTION

One of the earliest known wheat diseases is bunt, which is caused by va-
rious fungi species from genus Tilletia. The first report about the appearance
of this disease in our country was published by Ranojevié¢ (1912). Until
1960, it was very frequent and harmful disease in Serbia (Kostié et al.,
1966), and in the early *90s of the last century this almost forgotten disease
massively appeared again (Stojanovic etal, 1993, 1994; Jevtic etal.,
1997a, 1997b). Thanks to the intensive seed disinfection it appears rarely
(Matijevié et al., 1994).

Among integral wheat protection measures against common bunt causal
agent, creation resistant cultivars of and their growing could be of importance
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(Wiese, 1987). Thus, the aim of this research was to study the resistance of
some important commercial winter wheat cultivars to 7. tritici and to point out
their importance.

MATERIAL AND METHODS

They studies were carried out in 2005 and 2006 at the experimental field
of the Institute for Small Grains in Kragujevac, as well as in 2006 at the loca-
tion Leposavi¢ (Kosmet). Resistance of twenty commercial winter wheat culti-
vars to T. tritici was investigated. Overdose method was used for inoculation
of hundred grains per each studied wheat cultivar, by application of dry tele-
utospores, after which excessive teleutospores were removed by sifting through
a sifter. This method ensured the presence of over 60 000 teleutospores on
each grain.

Sowing in Kragujevac was done on October 26, 2005 and October 15,
2006, and in Leposavi¢ on October 28, 2006. Inoculated seeds were sown in
consecutive rows, one cultivar per row. Row length was 1 m, and inter-row
distance was 25 cm. Common agrotechnical measures for wheat were applied
during the vegetation, and weed plants were destroyed mechanically.

In full ripening stage, spikes of the studied cultivars were cut off and
their health status was investigated in the laboratory. Total number of both
analysed and attacked spikes was evaluated.

A scale with values 0-IV was used for establishing the level of cultivars
resistance to 7. tritici (Kriycenko and Mjagkova, 1977):

0 — highly resistant cultivar (every spike healthy);

I — resistant cultivar (number of affected spikes up to 10%);

II — medium resistant cultivar (number of affected spikes from 11 to
25%);

III — medium susceptible cultivar (number of affected spikes from 26 to
50%);

IV — highly susceptible cultivar (number of affected spikes over 50%).

RESULTS

On the basis of the data presented in Table 1, one can see that the avera-
ge infection intensity in Kragujevac was 25.64% in 2005, and 70.62% in 2006,
while in Leposavi¢ it amounted to 51.06%. That points to better conditions for
infection during the autumn 2005, in regard to 2004. The highest infection in-
tensity in 2006 in Kragujevac was shown by susceptible cultivars Kraljevica
(92.21%) and Evropa (90.48%), and in Leposavié by cultivar Evropa (95.71%).
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Tab. 1 — Resistance of some commercial winter wheat cultivars to Tilletia tritid

2005. 2006.
Cultivar Kragujevac Kragujevac Leposavi¢
I I I I I I I I I

Pobeda 86 11 12.79 82 72 87.80 26 17 65.38
Evropa 32 15 46.88 63 57 90.48 70 67 95.71
NS Rana 5 42 19 45.24 57 47 82.46 24 17 70.83
Lasta 31 0 0.00 63 0 0.00 49 4 8.16
Tiha 67 20 29.85 77 65 84.42 77 5 6.49
Balkan 56 8 14.29 78 60 76.92 66 39 59.09
KG-100 40 18 45.00 83 48 57.83 34 20 58.82
KG-56S 62 25 40.32 62 44 70.97 41 24 58.54
Vizija 18 4 22.22 69 43 62.32 56 32 57.14
Ana Morava 82 30 36.58 50 33 66.00 38 23 60.53
Kraljevica 59 20 33.90 77 71 92.21 9 4 44.44
Partizanka 24 1 4.17 61 39 63.93 70 41 58.57
Jugoslavija 44 11 25.00 93 69 74.19 17 5 29.41
Rodna 45 3 6.67 71 41 57.75 43 17 39.53
Kruna 45 17 37.78 83 71 85.54 97 70 72.16
PKB Krupna 31 7 22.58 83 63 75.90 36 22 61.11
Dejana 76 0 0.00 64 42 65.63 18 8 44.44
Danica 16 5 31.25 90 78 86.67 33 19 57.58
Toplica 75 26 34.67 99 65 65.66 27 8 29.63
Rana Niska 38 9 23.68 70 46 65.71 55 24 43.64
MEAN 25.64 70.62 51.06

I — number of analysed spikes; II — number of infected spikes; III — infection percent

The study results also point to the existence of significant differences in
the infection percent of various cultivars, as well as to the different resistance
level to T. tritici of the investigated commercial cultivars. Most of the studied
cultivars belonged to susceptible categories (III and IV), and just few of them
to the resistant ones (0, I and II).

Cultivar Lasta was the only one classified as highly resistant during the
both investigation years in Kragujevac. In 2005 cultivar Dejana was highly re-
sistant, cultivars Partizanka and Rodna belonged to the resistant category,
while medium resistance was shown by cultivars Pobeda, Balkan, Vizija, Jugo-
slavija, PKB Krupna, and Rana Niska. At Leposavi¢ location in 2006, only
cultivars Lasta and Tiha were classified as resistant.

DISCUSSION

The obtained results show significant differences among cultivars regar-
ding the infection percent, which points to their different resistance to 7. tri-
tici. Cultivar Lasta was highly resistant during the both investigation years in
Kragujevac, as well as in Leposavi¢. Resistance of this cultivar, similar to that
observed in this research, was pointed out in many previous reports (Stoja-
novic etal, 1996, Staleti¢ et al, 2002, Gudzid¢ et al., 2006). Culti-
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var Lasta has a satisfactory level of resistance to common bunt causal agent,
which could be of importance for its spreading in the production, or using in
the selection programmes as a gene donor. Peresipkin (1979) found that
the mycelium 7. tritici relatively easily, penetrates into shoot tissue, but in the
heading stage it becomes disorganized in the resistant host cultivars, so most
of the spikes remain without any visual disease symptoms.

A high number of susceptible cultivars was expected, regarding the fact
that no organized selection for getting resistance to this pathogen was done in
our country, which points to the necessity of creating new cultivars that would
show, besides other positive production traits, a high resistance to 7. tritici.
When talking about wheat protection from common bunt, one ought to have in
mind that this fungus has a large number of physiological races, each having a
different virulency. Roderhiser and Holton (1937) reported the first
data about the existence of 7. tritici physiological races. Virulency structure of
this pathogen is not known in our country.

Differences in the cultivar resistance level within years can be explained
by different conditions for infection development, but it need not mean that
this cultivar has factors of resistance (Staletié et al.,, 2002). In order to
estimate active resistance of a cultivar, long term studies are neccessary.

Although an efficient wheat protection from common bunt can be achie-
ved by fungicide application, future selection programmes for creation and
growing resistant cultivars will enable a more efficient, ecologically clear, and
cost effective wheat protection.
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Pesnme

VY pany je npukazaHa OTIOPHOCT JIBAJECET KOMEPLUjATHUX COPTU MUIEHULIE TIpe-
Ma mpoy3pokoBauy riaBHuile (7Tillecia tritici). YTBpheHO je ma MocToje 3HavyajHe pas-
JIMKE Y TIPOIICHTY MH(MEKIIMje MojeIMHUX copaTa, Kao U TO Ja jeé OTIOPHOCT KOMEepIIH-
jalHUX copara IMiueHule rpema 1. tritici paznuuuTta. BehumHa mcnuTtuBaHUX copaTa
Mpuliazajia je OCeTJbMBMM, a MarbM Opoj OTIIOPHMUM Kareropujama. Bpiio ormopHa y
o0e roguHe mpoyuaBara y KparyjeBiy O6uia je copra Jlacra, a y jgokanutety Jlemoca-
Buh y Kareropuju ornopHux ouiie cy copre Jlacta m Tuxa. Ocraje rpoyyaBaHe copre
cy Oumsie Marbe WM BUILE OCET/bUBE.
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IDENTIFICATION OF RHIZOCTONIA SOLANI ISOLATES

FROM SUGAR BEET ROOTS BY ANALYSING THE
ITS REGION OF RIBOSOMAL DNA

ABSTRACT: Rhizoctonia solani (Kiihn) is one of the most important sugar beet pat-
hogens. Rhizoctonia solani anastomosis groups (AGs) 2-2 and 4 are proven to be the most
common pathogenic strains on sugar beet. AG 2-2 (intraspecific groups IIIB and IV) can
cause root and crown rot while damping-off of seedlings is most frequently attributed to
AG 4. Four isolates of R. solani from sugar beet roots showing characteristic crown and ro-
ot rot symptoms, collected from different localities in Vojvodina Province, were chosen and
compared to the well-characterized R. solani isolate R9, AG 2-2 IV, from the USA. All
Vojvodinian isolates showed medium level of pathogenicity and were able to cause crown
and root rot symptoms on inoculated sugar beet roots. Based on anastomosis reaction, isola-
tes from Vojvodina did not belong to the AG 2-2 group. Sequencing of the ITS (internal
transcribed spacer) region of ribosomal DNA was performed on the Vojvodinian isolates
from R9 in order to determine their relatedness. Sequence analysis showed that these isola-
tes were different than R9 and were closely related (99—100% sequence homology) to ana-
stomosis group 4, subgroup HG II.

KEY WORDS: Sugar beet, Rhizoctonia solani, anastomosis group, ITS region, PCR

INTRODUCTION

Rhizoctonia solani Kiihn, teleomorph Thanatephorus cucumeris (Frank)

Donk is a soilborne fungus with a worldwide distribution. In the USA more
than 24% of acres planted with sugar beet have an economic damage from this
pathogen, while in Europe only 5—10% of the planted area is considered to
have economic losses from this pathogen (Jacobsen, 2005). There are no
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data about economic damages of Rhizoctonia crown and root rot in Vojvodina
(Jasni¢ et al., 2006). However, this fungus was isolated from 0—18.2% of
beets showing root rot during the period from 2000 to 2005 (StojSin et al,,
20006). This specy is highly heterogeneous and produces damping-off, root rot
and foliar blight symptoms on many plant species. Rhizoctonia is typically a
sterile fungal genus and has been characterized by division into binucleate and
multinucleate groups. Rhizoctonia solani is multinucleate and on the basis of
hyphal anastomosis between different isolates, it is divided into 14 anastomo-
sis groups: AG 1-13 and AG BI (Carling et al., 2002). Groups -1, -2, -3,
-4, -6, -7, -8 and -9 are additionally divided into subsets (intraspecific groups)
based on their morphological characteristics, frequency of hyphal fusion, viru-
lence, host range, nutritional requirements, biochemical characteristics, thia-
mine requirement, pectic isozymes, fatty acids and molecular characteristics
(Carling et al, 2002; Guillemaut et al, 2003). On sugar beet, this
fungus causes damping-off, root, and crown root as well as foliar blight of su-
gar beet. According to Windels and Nabben (1989) R. solani anasto-
mosis groups -1, -2-2, -4 and -5 can cause damping-off of sugar beet. Additio-
nally, AG 3 and AG 5 were isolated from sugar beet with symptoms of dark
discoloration on petiole basis (Windels et al.,, 1997). The causal agent of
Rhizoctonia crown and root rot of sugar beet is typically characterized as be-
longing to AG 2-2 with individual isolates being placed into intraspecific
groups IIIB and IV. Both of these intraspecific groups are found worldwide,
although AG 2-2 IIIB is more common on sugar beet in Europe in rotation
with maize (Jacobsen, 2005). Recently, besides the system of anastomosis
grouping of R. solani isolates based on hyphal fusion, different molecular
methods have been developed and proven to be very useful for analysis of the
evolutionary homology between isolates in the R. solani complex. Genetic he-
terogenicity between, and within anastomosis groups was evaluated by Fe -
nille et al., 2003, using sequence analysis of the internal transcribed spacer
(ITS) region of the ribosomal DNA. Comparison of the ITS region is signifi-
cant not only for the determination of anastomosis groups, but these sequences
are also useful for verifying subsets. Polymorphism between AGs was revealed
in the ITS1 and ITS2 sequences of ribosomal DNA, while 5.8s rDNA sequen-
ce is comletely conservative across all AGs (Kuninaga et al., 1997).

In this study, the ITS region of four R. solani isolates, which originated
from sugar beet root with typical symptoms of crown and root rot, was
analysed in order to determine sequence variations between the isolates, and to
identify the anastomosis group and subset of examined isolates.

MATERIALS AND METHODS

Four isolates of Rhizoctonia solani: RhKZ, RhBG, RhGL and RhVR
were isolated from the sugar beet plants with typical symptoms of Rhizoctonia
crown and root rot in Vojvodina Province. These isolates were pathogenic on
the susceptible sugar beet variety Delta (Budakov et al., 2006), and caused
characteristic crown and root rot symptoms.
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Characterization of the isolates. Isolates were checked for number of
nuclei by staining mycelia with safranin-0 and observed microscopically at
400X (Bandoni, 1971). Anastomosis tests were performed using the met-
hod which was set up by Liu and Sinclair (1991). Before microscopic
examination, samples were dyed with cotton blue in dilute lactophenol (Par -
meter etal., 1969). These isolates were tested for anastomosis with determi-
ned culture of Rhizoctonia solani, which was isolated from sugar beet in the
USA and belonged to AG 2-2 IV. Hyphae were checked in, at least, 15 micro-
scopic fields at a magnification of 400X, while anastomosis was rated at 600X
(Vico, 1997). Examination of the reaction between hyphae was categorized
according to Carling (1996) — Table 1.

Tab. 1 — Categories of hyphal interaction in Rhizoctonia solani
Category Hyphal interaction
Co No interaction
Cl Hyphal wall contact
C2 Hyphal wall and membrane fusion, death in fused and adjacent cells

Hyphal wall and membrane fusion, no death in fused and adjacent cells

c3 (perfect fusion)

DNA isolation. Prior to DNA extraction, R. solani isolates were cultured
on potato-dextrose agar (PDA, Difco Laboratories, Detroit, MI) at 25°C for
4—5 days. The mycelium was harvested by removing excess of the solid me-
dia using steril scalpel and then ground up in liquid nitrogen. DNA was
extracted from 100 mg of ground fungal tissue using the E.Z.N.A. Fungal
DNA Kit (Omega Bio-Tek Inc., Lilburn, GA, USA) and following the proto-
col recommended by the manufacturer.

PCR amplification. The ITS region of the rDNA was amplified using
ITS 1F and ITS 4 primers (Table 2). The PCR reaction was performed in 50
ul total volume consisting of 25 pl of PCR Master Mix (Promega Corporation,
Madison, WI, USA), 5 ul of MgCl,, 2 pl of each primer (concentration 10
pmol/ul), 2 ul of DNA template and 14 ul of PCR Grade water. The amplifi-
cation was performed in PCR thermal cycler (Whatman Biometra, Goettingen,
Germany). The cycle parameters were as follows: an initial denaturation at
95°C for 2 minutes, followed by 38 cycles consisting of denaturation at 95°C
for 1 minute, annealing at 55°C for 45 seconds, and extension at 72°C for 1
minute. Final extension was at 72°C for 5 minutes. Following the PCR reac-
tion, the amplified products were loaded in a 2% agarose gel stained with ethi-
dium-bromide, together with 100 bp DNA marker (Promega Corporation, Ma-
dison, WI, USA). Before loading, both samples and marker were dyed with
Blue/Orange 6X Loading Dye used for tracking migration during electrophore-
sis. Electrophoresis was run at 80 V for 2 hours. The DNA bands were visua-
lised using a Alphalmager 2200 Imaging System (Alpha Innotech Corporation,
San Leandro, CA).
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Tab. 2 — Primer ITS 1F and ITS 4 sequences, base count, molecular weight, melting temperature
and GC content

Base Molecular Melting GC
Sequence (5° to 3°) - temperature content
count weight °C) (%)
CTT GGT CAT TTA GAG
ITS IF GAA GTA A 22 6813.32 56.60 36.37
TCC TCC GCT TAT TGA
ITS 4 TAT GC 20 6033.78 61.50 45.00

DNA sequencing. After the amplification of the ITS region of the rDNA,
each product was purified using the QIAquick PCR Purification Kit and proto-
col (Qiagen Inc., Valencia, CA, USA). The purified rDNA was shipped by
overnight mail to DNA Sequencing Facility at University of California, Ber-
keley where isolates were sequenced.

Data analysis. ITS sequence analysis was performed using on-line soft-
wares CLUSTAL W and BLAST via http://www.ncbi.nlm.nih.gov, www.bio-
servers.org. CLYSTAL W is a multiple sequence alignment program which
calculates the best match for the selected sequences, and lines them up so that
similarities and differences can be seen. The Basic Local Alignment Search
Tool (BLAST) finds regions of local similarity between sequences. The pro-
gram compares nucleotide sequences to the sequence databases and calculates
the statistical significance of the matches. BLAST can be used to infer functio-
nal and evolutionary relationships between sequences, as well as to identify
the members of the gene families. Sequence database from the National Center
for Biotechnology Information (NCBI), which was downloaded from
http://www.ncbi.nlm.nih.gov, was used for sequence information on selected
R. solani isolates (Table 3).

Tab. 3 — Rhizoctonia solani isolates whose ITS sequences were recovered from the GenBank
(National Center for Biotechnology Information — NCBI) and used for determining complemen-
tarity with tested Vojvodinian isolates RhKZ, RhBG, RhGL and RhVR

GenBank accession number

AG and subset Host and geographic origin of ITS sequence
AG 1-1A Oryza sativa, Japan AB000017
AG 1-IB Beta vulgaris, Japan AB000038
AG 1-1C Beta vulgaris, Japan AB000029
AG 2-1 Solanum tuberosum, USA AB000026
AG 2-2I1I1B Beta vulgaris, USA AB054856
AG 2-2 IV Beta vulgaris, USA AB054859
AG 2-3 Glycine max, Japan U57740
AG 2-4 Zea mays, USA AB054878
AG 3 Beta vulgaris, USA AB019006
AG 3PT Solanum tuberosum, USA ABO019013
AG 3TB Nicotiana tabacum, USA AB000001
AG 4 HGI Beta vulgaris, Japan AB000028
AG 4 HGII Beta vulgaris, Japan AB000033
AG 4 HGIII Beta vulgaris, USA AF354075
AG 5 Beta vulgaris, Japan AF153777
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AG 6

AG 6GV
AG 6HGI
AG 7

AG 8

AG 8ZGI-1
AG 8ZGI-2
AG 8ZGI-3
AG 8ZGI-4
AG 9

AG 9TX
AG 9TP
AG 10
AG 11

AG 12

AG BI

Pterostylis acuminata, Australia

Soil, Japan

Soil, Japan

Soil, Japan

Triticum aestivum, Australia
Soil, Australia

Soil, Australia

Hordeum vulgare, Australia
Hordeum vulgare, Scotland
Solanum tuberosum, USA
Solanum tuberosum, USA
Solanum tuberosum, USA
Hordeum vulgare, Australia
Glycine max, USA

Pterostylis acuminata, Australia

Soil, Japan

AF153784
AF354101
AG153779
AB000003
AB000011
AF153795
AF153797
AF354068
AF354066
AF354109
AB000037
AB000046
AF354071
AF354114
AF153803
AB000044

RESULTS

Anastomosis reaction. Rhizoctonia solani isolates RhKZ, RhBG, RhGL
and RhVR were multinucleate and did not anastomose with a well-characte-
rized isolate R9, AG 2-2 IV, from the USA (Figure 1.b). However, isolates
RhKZ, RhBG, RhGL and RhVR anastomosed with each other (Figure 1.a) in-

dicating that they belonged to the same anastomosis group (Table 4).

Fig. 1 — a) Hyphal fusion between two Vojvodina isolates RhKZ and RhVR at 400X;
b) Contact between hyphae belonging to isolates RhR9 and RhGL at 400 X

Tab. 4 — Categories of hyphal interacton between all isolates

Isolate Rh KZ Rh GL Rh BG Rh VR Rh R9
Rh KZ C3 C3 C3 C3 Cco
Rh GL C3 C3 C3 CO
Rh BG C3 C3 C0
Rh VR C3 Cco
Rh R9 C3
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Gel elecrophoresis. After PCR reaction, the presence of amplified pro-
ducts were tested by running an agarose gel in TAE buffer. DNA bands were
approximately 740—750 base pairs long (Figure 2).

Line ¥ Line 4 Lim# 7
L= Lo 3 Line €

T bt
pisirs

Fig. 2 — Amplification of DNA from Rhizoctonia solani isolates
RhKZ, RhBG, RhGL and RhVR with primers ITS 1F and
ITS 4 shows bands 740 base pairs long (line 1 — 100 bp marker,
line 2 — control, line 3 — RhKZ, line 4 — RhBG,
line 6 — RhGL and line 7 — RhVR)

rDNA sequence analysis. Sequencing of rDNA of isolates RhKZ, RhBG,
RhGL and RhVR showed that sizes of the ITS region varied from 713 to 716
base, pairs and their sequences were identical (100%) in the ITS region. Simi-
liarity of the ITS region of Vojvodinian isolates and the American isolate R9
(AG 2-2 1IV) was 93%. The ITS sequences of 31 isolates of R. solani, which
belonged to AG 1-12 and AG BI were recovered from the GenBank (Table 4).
The comparison between sequences registered in GenBank and sequences of
Vojvodinian tested isolates showed that all isolates had sequence homology
between 90 and 100% with the referent isolates (Table 5). ITS sequences of
the tested isolates showed 100% complementarity with representative of ana-
stomosis group 4, intraspecific group HGII.

Tab. 5 — Sequence similarity between isolates RhKZ, RhBG, RhGL and RhVR and other AGs
isolates of Rhizoctonia solani

AG and subset ISOLATES

(GenBank) RhKZ RhBG RhGL RhVR
AG 1-1A 94% 94% 94% 94%
AG 1-1B 91% 91% 91% 91%
AG 1-IC 93% 93% 93% 93%
AG 2-1 94% 94% 94% 94%
AG 2-211IB 92% 92% 92% 92%
AG 22 IV 93% 93% 93% 93%
AG 2-3 93% 93% 93% 93%
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AG 2-4 93% 93% 93% 93%

AG 3 93% 93% 93% 93%
AG 3PT 93% 93% 93% 93%
AG 3TB 95% 95% 95% 95%
AG 4 HG-1 96% 96% 96% 96%
AG 4 HG-II 100% 100% 100% 100%
AG 4 HG-III 91% 91% 91% 91%
AG 5 92% 92% 92% 92%
AG 6 94% 94% 94% 94%
AG 6-GV 95% 95% 95% 95%
AG 6HG-1 93% 93% 93% 93%
AG 7 95% 95% 95% 95%
AG 8 95% 95% 95% 95%
AG 8ZGI-1 95% 95% 95% 95%
AG 8ZGI-2 95% 95% 95% 95%
AG 8ZGI-3 95% 95% 95% 95%
AG 8ZGI-4 91% 91% 91% 91%
AG 9 94% 94% 94% 94%
AG 9TX 94% 94% 94% 94%
AG 9TP 94% 94% 94% 94%
AG 10 90% 90% 90% 90%
AGI11 92% 92% 92% 92%
AG12 93% 93% 93% 93%
AG BI 94% 94% 94% 94%
DISCUSSION

The present study shows that ITS sequencing is a powerful tool in under-
standing and determinating the relationship between anastomosis groups and
subgroups of R. solani. Techniques which rely on molecular markers are very
important in understanding R. solani complex because they are more accurate,
easier and more rapid than conventional techniques for determining anastomo-
sis group. The aim of the research was to analyse the less conserved part of
the rDNA region, since it is proven that 5.8s rDNA sequence is completely
conserved across all AGs, whereas the ITS1 and ITS2 rDNA sequences show
significant differences between AGs (Fenille et al, 2003). The sequence
homology in the ITS regions is above 96% for isolates of the same subgroup,
66—100% for isolates of different subgroups within an AG, and 55—96% for
isolates of different AG (Kuninaga, 1997). The four isolates from Vojvodi-
na Province which were isolated from sugar beet root with symptoms of
crown and root rot, were shown to belong to AG 4 HGII, with ITS sequence
homology with referent AG 4 HGII isolates of 100%. In general, AG 4 isola-
tes are known to be pathogenic on wide variety of hosts (Kuninaga, 1997),
among which is sugar beet (Windels and Nabben, 1989). AG 4 HG-1I
is pathogenic on soybean seedlings, causing damping-off and hypocotyl rot
(Fenille et al, 2000), on turfgrass (Hsiang, 2000), coffee seedlings
(Kuramae etal, 2000), and sugar beet (Sneh et al, 1991; Gonzalez
et al., 2006). Besides sequencing of the ITS part of the rDNA, other molecular
biology techniques have been developed. For example, restriction fragment
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length polymorphism (RFLP) analysis of ITS region of rDNA was develo-
ped for a rapid and accurate analysis of large number of isolates of R. solani
(Guillemaut et al.,, 2003). RFLP analysis can be very fast and can be
carried out with 10 to 40 isolates simultaneously (Burns et al., 1991). Ano-
ther example is the use of random amplified polymorphic DNA-RAPD used
for detection of differences between Rhizoctonia solani AGs (Duncun et
al., 1993), then for determinating AG 3 and its subsets Justensen et al.,
2003; Bounou et al., 1999), and for identification of a uninucleate Rhizo-
ctonia sp. (Lilja et al., 1996). Analysis of the ITS region of ribosomal DNA
has proven in this instance to be an excellent tool for the identification and de-
termination of R. solani, on the level of anastomosis group and subset. Since
conventional methods for assigning AGs, such as observation of hyphal ana-
stomosis, can be complicated, time-consuming and subjective, PCR assays pro-
vide a more accurate and rapid detection. This research shows the importance
of identifying the correct AG of R. solani associated with crown and root rot
of sugar beet, since the host range of AG 2-2 IIIB and IV are much different
than AG 4 (Sneh et al, 1991; Windels and Nabben, 1989). AG 2-2
has a reported host range that includes sugar beet, bean, soybean, corn, rice,
mat rush, turf grasses, ginger, gladiolus, burdock, chrysantemum, konjack and
chinese yam, whereas AG 4 has a host range that includes sugar beet, tomato,
pea, spinach, potato, slash and lobolly pine, and snap bean. These differences
can affect the recommended crop rotations used to control partially the crown
and root rot disease of sugarbeet. For example, potato would be a host for AG
4, but not AG 2-2.
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NAEHTUOUKALMIA U30JATA RHIZOCTONIA SOLANI CA KOPEHA
IHEREPHE PEIIE AHAJIM30M ITS PETMOHA PMBO3OMAJIHE JHK

Bepa Crojmmmn!, [Iparana Bymakos?, Barry Jacobsen?,
Eva Grimme3, ®epenn baru!, CreBan JacHuh!
I TTossonipuBpenHu akyaret, JemnapTMaH 3a 3alUTUTYy OWJba U JKMBOTHE CpeavHE,
Tpr Hocureja Ob6pamosuha 8, 21000 HoBu Canx, Cpbuja.

2 TlosmonpuBpenHu GdakyiareT, JlermapTMaH 3a 3allITUTy OM/ba W JKWBOTHE CPEIMHE,
Tpr Hdocureja O6pamouha 8, 21000 HoBu Canx, Cpbuja — cTumeHamcTa
MuHucTapcTBa HayKe W 3alUTUTE »KMBOTHE CpeluHe.

3 Montana State Universty, Department of Plant Sciences and Plant Pathology,
Bozeman, 59715 MT, USA

Pesume

Rhizoctonia solani (Kiihn) je jemaH on HajBaXHUjUX I1aToreHa IluehepHe pere.
ITosHato je na cy aHactomosHe rpyne (Al') 2-2 u 4 HajaToreHuje Ha 1ehepHOj pernu.
AT 2-2 (uarpacnenudpuyne rpyne II11b u 1V) mory nmpoy3pokoBaTu Tpynex KopeHa u
raBe 1ehepHe pene, MOK je Tajex W IMpolagahe KivjaHalla KapakTepucTuyHo 3a Al
4. OpabpaHa cy 4yeTupu u3ojiaTa R. solani m3oj0BaHUX ca KopeHa IehepHe pere ca
KapaKTepUCTUYHUM CUMITOMMMA MPKE TPYJIEHKU U KOjU CY MOPEKIOM ca Pa3IUUUTUX
nokanurera y BojBomunu. OBu m3onatu cy ynopehenu ca R. solani nzonatom P9, AT
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2-2 1V, nopexiom u3 CAJl. CBu uzojatu nopekioM U3 BojBoauHe cy mokasanu
Cpelitbi HUBO TAaTOTEHOCTH U TMPOY3POKOBAJIM CUMIITOME MPKE TPYJIEKU Ha MHOKYJIM-
caHoM KopeHy iehepHe perie. Ha ocHOBY peakiiuje aHacToOMO3e yTBpheHO je na u3o-
nmatu u3 BojBomune He mpumanajy Al 2-2. ¥V uwby yrBphuBama cpomHocTtu usMel)y
u3onata u3 Bojsonune u CAJl u3BplieHO je cekBeHIMoHupamwe ITS (internal transcri-
bed spacer) pernona pu6ozomansae JJHK. YTBpheHo je na cy Hamm u3oiatv Apyraduju
on P9, a ma cy 6iucku (xomosoruja cekBeHm 99—100%) m3onmatmma U3 aHaCTOMO3HE
rpyrie 4, moarpyre XI' I1.
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THE EFFECT OF NEPETA RTANJENSIS ESSENTIAL OIL
ON TEST MICROMYCETES MYCELIA GROWTH

ABSTRACT: The antifungal activity of Nepeta rtanjensis Dikli¢ et Milojevi¢ essen-
tial oil on mycelia growth has been performed by macrodilution method. The most efficient
impact of N. rtanjensis essential oil on mycelia growth in vitro was found in Alternaria
species with the same value of minimal inhibitory quantity (MIQ) of 0.6 ul/ml. Bipolaris
spicifera and Cladosporium cladosporoioides had MIQ values of 1.0 ul/ml whereas Tricho-
derma viride with MIQ value of 1.6 pl/ml showed the most efficient defense against the es-
sential oil examined. The values of minimal fungicidal quantity (MFQ) in Alternaria sp. 2,
B. spicifera and C. cladosporioides match the MIQ values, whereas MFQ values in Alterna-
ria sp.1 is 0.8 ul/ml, and in 7. viride 1.8 ul/ml.

KEY WORDS: Antifungal activity, essential oil, micromycetes, Nepeta rtanjensis

INTRODUCTION

Nepeta rtanjensis (Lamiaceae) is an endemic and critically endangered
(CR B,,) aromatic plant which grows only on few localities on the Rtanj
mountain in southeastern of Serbia (Dikli¢, 1999).

Nepeta species are widely used in folk medicine because of their medical
properties. The essential oil of N. rtanjensis possesses strong antibacterial ef-
fect against different strains of Staphylococcus aureus, even more stronger
than most synthetic antibiotics (Stojanovi¢ et al., 2005). The main com-
ponent of essential oil of N. rtanjensis is 4aa, 7o, 7ap nepetalactone. In wild
population of N. rtanjensis oil amount of 4aa, 70, 7aff nepetalactone is 86.4%,
while in oil of cultivated plants this component is presented with 77.9%
(Chalchar et al, 2000; Stojanovié¢ et al., 2005). It is well known
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that fungal infection can be a great threat to plant, animal and human health.
Medicinal plants are good source of natural products with strong antimicrobial
activities without any harmful effects. The use of natural antimicrobial com-
pounds is important in the control of human, animal and plant diseases of mi-
crobial origin.

The aim of our investigation was to evaluate the antifungal activity of N.
rtanjensis essential oil against mycelia growth of the selected fungi.

MATERIALS AND METHODS

N. rtanjensis was collected on the experimental fields of the Institute for
Biological Research “SiniSa Stankovi¢”, Belgrade. The plants were rapid mi-
cropropagated in vitro, transferred to the Greenhouse for acclimatization, and
subsequently planted in an experimental field (MiSi¢ et al. 2005). Herbal
material was deposited at the Herbarium of Institute of Botany and Botanical
Garden “Jevremovac”, Faculty of Biology, Belgrade (16064 BEOU).

The essential oil was isolated from air-dried aerial part of N. rtanjensis
by hydrodistillation in a Clevenger type apparatus within two hours. Analyses
of this oil were performed by GC (-FID) and GC/MS on fused silica capillary
column PONA (crosslinked methyl silicone gum, 50 m x 0.2 mm, 0.5 pm film
thickness). For these purposes Hewlett-Packard, model 5890, series II gas
chromatograph, equipped with split-splitless injector, was used. Sample solu-
tion in ethanol (0.2%) was injected in split mode (1:100) at 250°C. Detector
temperature was 300°C (FID), while column temperature was linearly pro-
grammed from 40°—280°C, at a rate of 2°C/min. In the case of GC/MS
analysis, Hewlett-Packard, model 5971A MSD was used. The transfer line was
kept at 280°C. The identification of each individual compound was made by
comparison of their retention times with those of pure components, matching
mass spectral data with those from Wiley library of 138 000 MS spectra. For
library search PBM based software package was used.

Among the tested organisms were two groups of micromycetes: the auto-
chtonous species (Alternaria sp. 1 from leaves and Alternaria sp. 2 from seeds
of N. rtanjensis) and selected fungal species (Cladosporium cladosporioides,
Trichoderma viride and Bipolaris spicifera) from Mycotheca at the Depart-
ment of Algology, Mycology and Lichenology, Faculty of Biology, University
of Belgrade.

The fungi were maintained on malt agar (MA). The cultures were stored
at +4°C and subcultured once a month. In order to investigate the antifungal
activity of essential oil, the mycelial growth test with malt agar was used
(Ishii, 1995). The minimum inhibitory quantity (MIQ) of oil necessary for
the inhibition of mycelial growth of the fungal strain was determined. Diffe-
rent concentrations of essential oil (0.6—1.4 pg/mL) were diluted in Petri
dishes with malt agar (MA). All fungal species were tested in triplicate. Essen-
tial oils were added into molten malt agar (MA) and poured into Petri dishes.
The tested fungi were inoculated at the centre of the plates. Plates were incu-
bated for three weeks at room temperature, and after this period MIQ and
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MFQ were determined. Petri plates with commercial fungicide, Quadris (0.6—
6.0 ug/mL), were used as a control.

RESULTS AND DISCUSSION

The analysis of chemical composition of essential oil showed the preva-
lence of 4aca,, 70, 7ap nepetalactone (79.89%). It was shown that the essential
oil isolated from N. rtanjensis has strong antifungal activity against all exami-
ned micromycetes (MIQ 0.6—1.6 ug/mL), (Table 1).

Tab. 1 — Minimal inhibitory quantity (MIQ) and minimal fungicidal quantity (MFQ) of the tested
micromycetes

Micromycetes MIQ (ul/ml) MFQ (ul/ml)
Alternaria sp. 1 0.6 0.8
Alternaria sp. 2 0.6 0.6

Bipolaris spicifera 1 1
Cladosporium cladosporioides 1 1
Trichoderma viride 1.6 1.8

The oil quantity in amount of 0.6—0.8 ug/mL inhibited the growth of Al-
ternaria species mycelia. The minimal inhibitory quantity of oil for C. clado-
sporioides and B. spicifera was 1.0 ug/mL. The highest MIQ (1.4 pug/mL) of
oil was against 7. viride. The commercial fungicide, Quadris, showed lower
antifungal activity than Nepeta oil, with MIQ of 3.0—4.0 ug/mL. Quadris in-
hibited mycelial growth of C. cladosporioides, B. spicifera and Alternaria spe-
cies at 3.0—4.0 pug/mL. T. viride was also the most resistant fungi on Quadris,
with MIQ higher than 6.0 pg/mL.

In previous investigations of antifungal activity of different oils it can be
seen that A. alternata was more sensitive than 7. viride (Sokovié et al,
2002). The strong resistance of 7. viride was also observed in previous investi-
gations of essential oil antifungal activity. Analyses of antifungal activity of
some essential oils, Achillea atrata and Lauraceae plants, showed that 7. viri-
de is the most resistant fungi (Ristié¢ et al, 2004; Simic¢ et al., 2004).

Our research proved that essential oil from N. rtanjensis has strong anti-
fungal activity, and that it can inhibit the growth of mycelia of some fungi.
The antifungal activity of essential oils isolated from other Nepeta species are
also reported. Iridodial b-monoenol acetate isolated from the essential oil of
Nepeta leucophyla, and actidine isolated from Nepeta clarkei, showed strong
antifungal activity. Iridodial b-monoenol acetate was the most effective against
Sclerotium rolfsii, while actidine was highly active against Macrophomina
phaseolina. Both fungi are soybean pathogens. The essential oil from Nepeta
hindostana has inhibitory effect on Pythium aphanillermatum, P. debaryanum
and Rhyzoctonia solani (Saxena et al., 1996).

Because of low mammalian toxicity and biodegradable abilities as well as
strong antimicrobial activity of essential oils, they can be used as bioagents
(Oxenham et al., 2005).
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YTULAJ ETAPCKOI' YJbA NEPETA RTANJENSIS HA PACT
MULEIWIE TECT MUKPOMUIETA

Mwmua Jbawesuh I'pouh, Jenena BykojeBuh, Mapuna Coxkosuh*,
Hparompyo I'pyoumumh*, Muxajno Puctuh**
WncturyT 3a 6otanuky m boranmuka Oamra ,,JeBpeMoBau”, buomomku gakynrer,
VYuusepsuter y beorpamy, Takoscka 43, 11000, beorpan, Cpouja
* MIHCTUTYT 3a OuMoJIolKa UCTpakuBawa ,,CuHuima CraHkoBuh”,
Bynesap [lecnora Creana 142, 11000 beorpan, Cpbuja
¥ WMHCTUTYT 3a TpoydyaBambe JISKOBUTOT Ousba ,ap. Jocud IManuuh”,
Taneyma Komrhymka 1, 11000 Beorpaa, Cp6uja

Pesume

MakpoanyliIioHOM METOJIOM TeCTUPAaH je YTUIIQ] eTapCKOT y/ba €HIACMUYHE OUIb-
ke Nepeta rtanjensis (Lamiaceae) Ha MULIEIWjAIHU PacT MUKpoMuUeTa: Alternaria sp.
1, Alternaria sp. 2, Bipolaris spicifera, Cladosporium cladosporioides w Trichoderma
viride. XeMujcka aHaJIU3a €TapcKor yba N. rtanjensis Mokasajia je arncojayTHY 1OMUHA-
uujy 4aa, 7o, 7ap HermeramakToHa (79.89%). HajedrkacHMju yTUIAj HA pacT MUIICIUje
in vitro 3a0eyiexkeH je KoI BpcTa poaa Alternaria ca UCTOM BpeaHOIINy MUHUMaTHE
naxuouTopHe KommuuHe (MUK) ox 0.6 ul/ml. Bipolaris spicifera n Cladosporium cla-
dosporioides cy nmamu MUK 1.0 pul/ml, nox je Trichoderma viride, ca BpemHourhy

176



MUK ox 1.6 ul/ml, moka3ana Hajsehly OTHOPHOCT Ha JICjCTBO MCITUTUBAHOT yiba. Bpen-
HocTH MUHMMatHe GyHrunuane konuanHe (M®K) ce kox Alternaria sp. 2 (0.6 ul/
ml), B. spicifera (1.0 pl/ml) u C. cladosporioides (1.0 ul/ml) noknamnajy ca BpeaAHOCTHU-
ma MUK, nox je xon Alternaria sp. 1 M®K 0.8 ul/ml a kon T. viride 1.8 pl/ml. Etap-
CKO yJbe N. rtanjensis TOKa3ajio je jako aHTU(YHTIHO JejCTBO Ha pacT MMIIENIUje Te-
CTUPAHUX MUKPOMMUIIETA.
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ANTHROPOGENIC EFFECTS ON SOIL
MICROMYCETES

ABSTRACT: This paper is a synthesis of long-term investigations based on the effect
of different authropogenic pollutants (mineral and organic fertilisers, heavy metals, contami-
nated irrigation water, nitrification inhibitor and detergents) on the dynamics of soil fungi
number.

The investigations were performed at the Microbiology Department and trial fields of
the Faculty of Agronomy in Cacak on smonitza and alluvium soils in field and under green-
house conditions. Maize, wheat, barley and red clover were used as test plants in these stu-
dies. The quantitative composition of the fungi in the soils investigated was determined by
the Czapek selective agar dilution method.

The study results show that the number of soil fungi was dependent on the type and
rate of agrochemicals used, on the growing season, and the soil zone the samples were ta-
ken from for the analysis. Lower nitrogen fertiliser rates (80 and 120 kg x ha—!) and orga-
nic fertilisers stimulated the development of soil fungi, unlike the rate of 150 kg x ha—L.
Heavy metals, mercury and cadmium in particular, as well as high rates of the N-serve ni-
trification inhibitor, inhibited the development of this group of soil microorganisms. Gene-
rally, the adverse effect of contaminated irrigation water on the soil fungi was recorded in
both soil types, and particularly in the smonitza under red clover. Low detergent (Meril)
concentrations did not have any significant effect on this group of microorganisms.

In this respect, it can be concluded that the soil fungi number dynamics can be used
in monitoring soils polluted by different toxinogenic substances.

KEY WORDS: contaminated irrigation water, detergents, fungi, heavy metals, mine-
ral fertilisers, nitrification inhibitor, organic fertilisers

INTRODUCTION

One of the greatest scientific contributions made by Evgenii Nikolaevich
Mishustin is a study and description of environmental-geographic distribution
of soil microorganisms (Mishustin, 1966; Mishustin, Yemtseyv,
1978). The results of these studies have been cited ever since in all textbooks
on soil and applied microbiology throughout the world and are considered ba-
sal (Atlas, Bartha, 1992). The environmental-geographic distribution of
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microscopic soil fungi was investigated in great detail in soils of different na-
tural zones of former USSR and described in works by Mircink Mircink et
al.,, 1981; Mircink, 1988). As showed by these investigations, irrespective
of the fact that the nominal composition of isolated fungi species in different
soils can be fairly similar, fungal groups with a specific species structure (ratio
of predominant, typical, rare and accidental species) are nevertheless created in
concrete non-disturbed zonal soils. This thesis has been confirmed in nume-
rous works by other authors (Babjev, Sizov, 1983; Yegorov, 1986;
Velikanov, 1997 and others).

The overall development of biocenological researches in the seventies of
the last century discovered the specificity of the soil fungi complex, not only
from the biogeographic point of view, but also for specific zonal biotopes. It
was determined that soil fungi formed typical complexes in zonal soils under
specific plant communities, geographically very distant — the European part
of Russia, Canada, the north of the USA (Mircink, 1988; Chrystensen,
1969, 1989).

The last decades of the XX century were characterised by increased di-
versity and intensity of anthropogenic factors in the biosphere, due to which
occurred a change in the structure and function of terrestrial and aquatic com-
munities of organisms (Miller, 1990). Whereas these disturbances related to
animals and plants were convincingly described as early as in the 60s—70s of
the last century (O dum, 1986), the communities of soil microorganisms, on
the other hand, were long considered to be more resistant to anthropogenic
factors. These issues, related to the complexes of soil microorganisms, became
more intensified due to methodical problems with isolating microorganisms
from soils and difficulties in identifying them at the species level.

The aim of our long-term investigations (1990—2006) was to determine
whether the effect of different anthropogenic factors (mineral and organic ferti-
lisers, heavy metals, nitrification inhibitors, detergents, contaminated irrigation
water) could bring about a change in the quantitative composition of fungi,
and whether there was a possibility of mycological indication of the effect of
any specific anthropogenic factor.

MATERIAL AND METHODS

The investigations were conducted at the Microbiology Department and
trial fields of the Faculty of Agronomy in Cacak. Field, laboratory and mathe-
matical-statistical research methods were used in the study. Indication of the
anthropogenic effects of mineral fertilisers, heavy metals, contaminated irriga-
tion waters, nitrification inhibitors and detergents on the number of soil fungi
was performed on smonitza and alluvium soils under field and greenhouse
conditions. Maize, wheat, barley and red clover were used as test plants in the-
se investigations. The quantitative fungi composition in the soils investigated
was determined by the dilution method on the Czapek selective substratum by
culturing 10— soil dilution. Following a seven-day incubation, their average
number was determined and calculated per gram of absolutely dry soil.
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The obtained results were assessed by the analysis of variance method,
and the statistical significance of individual and interactive media was determi-
ned by the Lsd test.

RESULTS AND DISCUSSION

It was determined that a decrease in the qualitative diversity of natural
ecosystems could be one of the most important consequences of the anthropo-
genic effect on them, which was confirmed several times via different plant
and animal communities (Bigon et al., 1989). The results of our investigati-
ons showed that the anthropogenic factors affected the quantitative fungi com-
position in different soil types and under different crops (Pukié, Mandi¢,
1997; Mandi¢ et al.,, 2004; Mandi¢ et al., 2005a, b; Dukidé et al.,
2006).

For most microscopic soil fungi, the distribution range is wide, hence the
isolation of stenotopic species is made very difficult. The most illustrative
example of such species is Mortierella ramanniana, known as a species typi-
cal for non-disturbed podzolic zonal soils (M ircink, 1988). Under the effect
of a number of anthropogenic factors (pollution with heavy metals, recreation
and pasture plant cover degression etc.) the number of this species is decreased
(Marfenina, 1985, 1997, Marfenina, Popova, 1989; Jemtsev,
bukid, 2000), the fungal complex “loses” shape, characteristic of a specific
zonal soil type, and the frequency of its distribution is reduced (Tab. 1). Spe-
cial experiments have determined that under conditions of anthropogenic dis-
turbances the maturation of sporangia and spores in them does not occur
(Marfenina, Lukina, 1989).

Tab. 1 — The change in the distribution frequence of the Mortierella ramanniana species in dif-
ferent soils under anthropogenic effects

Distribution frequency, %

Soil Type of effect

Control Trial

Podzol Recreation degression 65% 10
Turfy-podzolic Long-term NPK fertilisation 70>lk 40
cultivated Liming . 0% 20
Pollution with Cd, 100 mg/kg 100* —

Turfy-podzolic Recreation degression 60* 10
uncultivated Transport-associated pollution 40%* —
Brown forest soil Pasture'degression' 80* 20
o Recreation degression 40%* —

* Reliable differences with probability > 0.95

In anthropogenically disrupted soils, far more transparent are resistant
fungi species which are often simultaneously resistant to several anthropogenic
effects, which are preserved in the soils and begin to predominate in them
(Tab. 2). They are, generally, eurytopic species with a wide distribution range
(Domsh et al., 1992) and a high sporogenesis level.
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It is a known fact that one of the aspects of the natural zonal diversity
loss is “trivialisation” of the flora and fauna, i.e. an increase in the density of
the so-called “weed” species in communities (Bigon et al.,, 1989). These
tendencies can be manifested not only in higher organisms, but also in soil
fungi. Table 2 lists soil fungi and their qualitative composition in the soil
which is increased under the effect of certain anthropogenic factors. It should
be particularly emphasised that all these species are eurytopic.

Tab. 2 — Microscopic soil fungi species resistant to different types of anthropogenic effects

Type of effect

Resistant species

Acid precipitations

Penicillium spinulosum

Mucor hiemalis

Heavy metals: Lead
Penicillium funiculosum
Cadmium Aspergillus niger
Paecilomyces lilacinus
Penicillium funiculosum

Aspergillus fumigatus
Aspergillus niger
Dark-coloured fungi:
Aureobasidium pullulans
Cladosporium cladosporioides
Alternaria alternata

Transport-associated pollution

Aspergillus fumigatus
Aspergillus flavus

Aspergillus niger

Fusarium oxysporum
Fusarium moniliforme
Paecilomyces variotii
Penicillium vulpinum

Urbanisation

Dark-coloured fungi:
Ulocladium botrytis
Cladosporium cladosporioides

Recreation soil degression

Livestock grazing Aspergillus flavus

Long-term nitrogen fertilisation Penicillium funiculosum

Liming Dark-coloured fungi:
Alternaria alternata
Cladosporium cladosporioides

Bearing in mind that fertilisation is one of the most important meliorative
measures in modern production of agricultural crops, it can be also considered
as a serious anthropogenic attack on soil microorganisms.

Soil fungi, as an important indicator of soil biogenity, can be used,
among others, as indicators of the economic justification of using different
types of fertilisers, particularly their higher rates. An increase in the number of
this group of microorganisms, under the effect of nitrogen fertilisers, can be
considered positive within certain limits. However, their excessive activation
can be also harmful, because the processes focused on establishing the distur-
bed equilibrium lead to a mineral fertiliser loss, degradation of the soil physi-
co-chemical and biological characteristics and other serious environmental
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consequences (Knowles, 1982). For instance, according to the data by
bukié¢ (1992) and MiloSevic et al. (1993), the long-term use of nitro-
gen fertilisers leads to a change in the structure of soil microorganism com-
plexes and to an increase in the number of phytopathogenic microorganisms,
particularly when the monoculture cropping system is used.

According to our long-term investigations (Pukié¢, Mandi¢, 1997;
bukié, Mandi¢, 2001; Mandié, bukié, 2004), the number of soil
fungi depended not only on the species and fertilisation concentrations used,
but also on the soil zones the samples for analysis were taken from and on the
crop growing period, as well as on their interactive effects (Tab. 3).

In general, the most pronounced stimulatory effect on soil fungi is produ-
ced by organic fertilisers, solid manure in particular, which may result from an
increase in the organic matter amount in the soil, as well as from an improve-
ment in the soil water-air relationship and nutrient regime (Jarak et al,
1991).

High nitrogen rates (N;-150 kg x ha—!) have a destimulatory effect on
this group of microorganisms, particularly in initial vegetative phases (Tab. 3),
whereas lower rates (N;-80 kg x ha—! and N,-120 kg x ha—!) statistically sti-
mulate highly significantly the development of soil fungi.

Given that metabolites of plant and microbiological origin are important
regulators of biological value of the soil (Govedarica and Jarak, 1995),
the significantly higher number of soil fungi in the rhizosphere soil, compared
to that in the edaphosphere soil, is a completely expected occurrence.

A decline in the number of soil fungi in final phases of maize develop-
ment is a consequence of an increase in the amount of precipitations in these
phases, which in the soil with high clay amount creates unfavourable condi-
tions for the development of all aerobic groups of microorganisms (Derka-
¢evand Balog, 1979).

Tab. 3 — Numbers of fungi (105 g—! dry soil) in the soil under maize as affected by the fertili-
sers applied (A), sampling zone (B) and vegetation period (C) — Mandi¢ et al., 2004

A Control N, N, N; Solid Liquid B
manure manure X
B Ed. Rh Ed_Rh. Ed. Rh. Ed. Rh. Ed. Rh. Ed_ Rh

Periods L 180 270 383 390 300 403 126 153 250 340 243 30.6 2828
enods 1 313 453 333 393 413 400 21.0 303 503 91.3 37.0 44.6 42.19

© m 73 86 193 21.7 270 29.6 113 21.0 113 153 7.0 8.6 15.14
X 22.94 31.83 34.72 18.61 37.88 25.38
¥ Edaphosphere 25.19
Rhizosphere 31.88
Lsd A B C AxB AxC BxC AxBxC
0.05 2.18 1.17 1.44 3.11 3.80 2.04 5.38
0.01 2.88 1.55 1.91 4.11 5.03 2.69 7.13

Ed. — Edaphosphere; Rh. — Rhizosphere
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Heavy metals also significantly affect the number, species composition
and viability of soil fungi (Duxbury, 1985, bukid¢ et al, 1999; Dukié,
Mandié, 2000 a, b). They inhibit the processes of mineralisation and synthe-
sis of different substances in the soil, suppress soil fungi respiration, cause a
fungistatic effect and the like (Skvorcova et al., 1980).

At increased concentrations, most heavy metals reduce the number of soil
fungi (Tab. 4). In laboratory examination conditions, in this respect, a particu-
larly inhibitory effect is exhibited by lead and cadmium (Pukié¢, Mandi¢,
2006). However, it should be pointed out that concentrations of heavy metals,
which undoubtedly inhibit the activity of soil fungi, differ significantly under
laboratory and field conditions, so that a minimum reliable reaction under field
conditions is evident at metal concentrations 10—50 times higher than the ba-
sal ones (Duxbury, 1985).

Tab. 4 — Effect of diverse concentrations of Pb, Cu, Cd, Hg on the number of fungi (105/1g ab-
solutely dry soil) Dukic¢ et al, 1996

Heavy metals Concentrations Number of fungi

Control 18.0

6.25 mg- I 12.0

Pb 0.625 mg - I-1 13.3
0.125 mg - I-1 13.6

6.00 mg - I 10.0

Cu 0.60 mg-I-! 16.3
0.160 mg - I-1 16.6

2,70 mg-I-! 6.3

Cd 0.27 mg- I 11.6
0.027 mg - I-1 12.0

2.220 mg - I 1.1

Hg 0.220 mg - I'! 6.6
0.022 mg - I-1 11.0

The nitrification inhibitor effect on soil fungi depends on the inhibitor
species and concentration, time of application, soil type and its characteristics,
as well as on environmental factors determining the direction, rate, speed and
products of microbiological transformation (Kanivec and Kiselj, 1978;
Smirnov etal, 1981; Graceva, 1982; Muravin etal 1985; Man -
di¢, bukié, 1997).

Our investigations (Pukié¢, Mandi¢, 1999) indicated that the number
of soil fungi depended not only on the used inhibitor type (N-serve), but also
on the soil type and the crop cultivated. A continual decline in their number,
under the effect of the used inhibitor, was more pronounced in the soil under
barley than in that under wheat (Graph. 1).

The use of polluted waters for irrigation and waste waters for soil fertili-
sation as well, due to the range of pollution of most watercourses, has a num-
ber of advantages, but also the shortcomings. The former include soil amend-
ment and increase in the activities of microorganisms, increase in soil capacity
to bind water and biological soil activation. The shortcomings of using pollu-
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Graph. 1 — The interaction between nitrification inhibitor and crop effects on the fungi
number in the soil (1051 g absolutely dry soil) — Mandié, Pukié (1999)

ted waters are as follows: the risk of the presence of heavy metals, toxins and
pathogenic bacteria, and the unproportional percentage of nutritive substances
(as a rule, K supplements are necessary), certain nutrients can be found in un-
soluble form, heavy metal ions and sulphuric compounds lead to a change in
soil microbial cenosis (Yevdokimova, Mozgova, 1976; Mandi¢ et
al,, 1994; bukié, Mandié, 1996) etc. Waste water irrigation has an
adverse effect on the organic matter evolution on surface soil horizons, being
exhibited in a low organic matter humification degree, and a proportionally
lower content of highly polymerised humic acids (Konecka-Betley and
Zebrowski, 1978) and therefore its biological value.

The investigations by Dukicé et al. (1999) indicate that soil fungi can
be used as a parameter for evaluating the quality of waters to be used for irri-
gating agricultural crops.

Tab. 5 — An overview of physico-chemical characteristics of the water used for irrigating agri-
cultural crops (Puki¢ et al., 1999)

Indicators Value registered Indicators Value registered
pH 7.34 Ca 96.18 mg - dm3
NH; 0.156 mg - dm-3 Mg 14.59 mg - dm-3
NO;3 66.00 mg - dm=3 Mn 0.00 mg - dm=3
NO, 0.775 mg - dm-3 Cu 0.0008 mg - dm-3
KMnO, 340.00 mg - dm-3 Zn 0.03 mg - dm-3
0, 1.42 mg - dm-3 Pb 0.031 mg - dm-3
BPKj 3.57 mg - dm-3 As 0.008 mg - dm-3
HPK 2.99 mg - dm-3 Ni 0.028 mg - dm3
Suspended matter 556.00 mg - dm-3 Hg 0.0018 mg - dm-3
Total hardness 18.05 mg - dm-3 Cro+ 0.030 mg - dm-3
Chlorides 1.37 mg - dm-3 Cr (total) 0.042 mg - dm-3
Sulfates 71.70 mg - dm-3 Phenols 0.002 mg - dm-3
Phosphates 0.314 mg - dm=3 Detergents 0.090 mg - dm=3
Fe 0.525 mg - dm-3 Mineral oils 0.170 ml - dm-3

The water used for irrigating the agricultural crops selected (Tab. 5) was
loaded with different pollutants including primarily different agents entering it
through industrial and municipal waste waters. Low O, concentration (1.42%)
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and values of BPK; (3.57 mg x dm—3), NO, (0.775 mg x dm—3), NO, (65 mg
x dm—3), NH; (0.156 mg x dm—3), PO, (0.314 mg x dm—3), KMnO, consump-
tion (340 mg x dm—3) and pH above 7 (7.34) indicated that intensive organic
matter decay processes were under way. Of the toxic substances, the following
were registered: phenols (0.002 mg x dm—3), mineral oils (0.17 ml x dm—3),
detergents (0.09 ml x dm—3), Pb (0.031 mg x dm—3), As (0.008 mg x dm—3),
Ni (0.028 mg x dm—3) etc.

Generally, the irrigation water had an adverse effect on soil fungi in both
soil types, and particularly on the smonitza under red clover (Tab. 6). During
the growing season, a rise in the fungi number was observed, which was espe-
cially noticable towards the end of the growing season, which was due to mi-
crobiological inactivation of toxicants from the irrigation water, improvement
of soil structure and balancing of the water-air relationship (Uhrecky,
Zvanovec, 1956). Absolute fungi number values were higher in the smo-
nitza under all three crops.

Tab. 6 — The effect of polluted irrigation water on the number of soil fungi (10—5) — Pukié
et al., 1999

] ALLUVIUM SMONITZA
S ;I}Tlg)sl:;g Wheat Barley Clover Wheat Barley Clover
& trial %) trial & trial & trial & trial & trial
I 14 12 10 6 20 12 14 13 12 13 22 16
II 14 16 16 30 28 38 24 36 40 40 74 42

11 46 38 84 74 136 100 72 51 51 74 150 144
— 74 66 120 110 184 150 110 100 103 127 242 202
70.00 115.00 165.00 105.00 115.00 222.00

The uncontrolled discharge of detergents into water and arable soil can
cause reduced biological production of these ecosystems, leading to adverse
consequences, both environmental and economic ones. Soil fungi, in this re-
spect, can affect, up to a certain limit, their biodegradation, converting them
into less toxic or often energetically important nutrient sources (Stojano -
vicé et al., 1990). Basically, increased detergent concentrations or their accu-
mulation in the soil (Goncaruk and Sidorenko, 1986) bring about a
rapid decline in the number of these microorganisms, and so an analysis of the
chemical compound load limits in the soil would provide a far more realistic
picture in the neochemistry-effluents-soil system.

Based on our laboratory investigations (M andi¢ et al., 2006), it can be
concluded that the number of soil fungi had a high correlation with the con-
centration of the detergent introduced (Graph. 2). As a matter of fact, low con-
centrations of detergents evidently did not have any significant effect on this
group of microorganisms. This particularly referred to low (0.001%), and even
tenfold detergent rates (0.01%), the effect of which was mildly stimulatory or
at the control variant level. This is associated with a familiar trait of soil fungi
having strongly developed enzymic system (Stojanovic¢ et al., 1995) secu-
ring them the capacity to degrade and intoxicate different xenobiotics in the
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soil, as well as clear adaptability to live even under the conditions of increased
concentrations of not only detergents, but also pesticides, heavy metals, mine-
ral fertilisers etc. (Umarov, 1980). As opposed to the mentioned, higher
concentrations of the detergent (0.1 and 1%), despite the soil fungi features
mentioned, caused a significant fungicidal effect.
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Graph. 2 — The effect of different “Meril” detergent concentrations
on the number of soil fungi (105 g—! absolutely dry soil)
— Mandié, bukié, 2006

CONCLUSION

Based on the results of the long-term investigations of the effect of diffe-
rent technogenic pollutions (mineral and organic fertilisers, heavy metals, pol-
luted irrigation water, nitrification inhibitor and detergents) on the dynamics of
the soil fungi number, the following conclusions can be drawn:

— the number of soil fungi depended on the species and rate of agroche-
micals used, growing season and soil zone the samples were taken from for
analysis;

— lower nitrogen fertiliser rates (80 and 120 kg x ha—!) and organic fer-
tilisers stimulated the development of soil fungi, which was not the case with
the 150 kg x ha—! rate;

— heavy metals, particularly mercury and cadmium, inhibited the deve-
lopment of this group of soil microorganisms;

— the use of high N-serve nitrification inhibitor rates gave rise to a more
emphesized continual decline in the number of fungi under barley, compared
to wheat;

— generally, the polluted irrigation water had exerted an adverse effect
on soil fungi, in both soil types, particularly in the smonitza under red clover;

— low (Meril) detergent concentrations did not have any significant ef-
fect on this group of microorganisms. As opposed to the mentioned, its higher
concentrations (0.1 and 1%) caused a significant fungicidal effect;

— generally, the number of soil fungi was significantly higher in the rhi-
zosphere of the crops investigated than in the edaphosphere;
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— in terms of the mentioned, we conclude that the soil fungi number
dynamics can be used in monitoring soils polluted with different toxinogenic
substances.
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AHTPOIIOTEHM YTUUAJN HA MUKPOMUWUETE ¥V 3EM/bULLTY

Hparytun A. bykuh,! Jleka I'. Manguh!, Becna Illymanos,? CBeriana Paketuh?
I Arponomcku ¢akynret, Lapa dymana 34, 32000 Yauak, CpGuja
2 3aBoj 3a 3alUTUTY 3apaBiba, Jparuine Mwuinosuha 66, 32000 Yauak, Cpouja

Pesnme

Y oBOM pajy /ara je CMHTe3a BUIIETOAUIIBUX UCTPAKMBAa 0a3UPaHUX Ha yTU-
11ajy pa3IMYuMTUX aHTPOMNOreHMX 3araljera (MUHepajHa M OpraHcka hyopuBa, TEIIKUA
MeTanu, 3araljeHa 3ajMBHaA BOJa, MHXMOUTOP HUTpUUKALIMje W JETEPLICHTH) Ha H-
HaMUKy OpOjHOCTM 3eMJbMIIHUX IJbMBA.

HctpaxuBama cy obaBbeHa Ha Ope/berby 32 MUKPOOUOJIOTM)Y M Ha OIJIETHUM
nmobuMa ArpoHoMcKor ¢akyarera y Yauky Ha 3eM/bMINTHMA TUIIA CMOHMIIE U alTyBM-
jyMa y MoJbCKUM YCJIOBMMA U y CTakjIeHUKY. Kao TecT-Ousbke y OBUM MCTpaKUBaHMMa
KopuirheHu ¢y KyKypy3, MIIeHUIIa, jedaM U I[pBeHa aeTeanHa. KBaHTUTaTUBHM cacTaB
IJbMBa Y UCIIMTUBAHUM 3eMJbUILITUMA ofpehuBaH je MeToaoM paspehera Ha CeleKTUB-
HOj momio3u Yameka.

Pesynratu ucTtpakuBama IMokasyjy na OpOjHOCT 3eMJbUIIHMUX TJbMBA 3aBUCU OJf
BpCTe M 103¢ KOpUIIHeHnX arpoxXxeMHMKaiMja, BereTallMOHOT Mepruoia U 3eMJBMIITHE 30-
HE U3 KOje Cy y3MMaHHU y30pLM 3a aHainusdy. Huke mose azotHux hyyopura (80 u 120
kg - ha—!) u oprancka hyyoprBa cTUMY/IHIITY pa3Boj 3eMJBUIITHUX TJbMBA, IITO CE HE MO-
e pehn 3a no3y on 150 kg - ha—!. Temku mMetanu, MoceGHO KUBA U KaAMUjyM, UHXH-
6upajy pa3Boj OBe IpyIe 3eMJBUITHUX MMKpPOOpraHMW3aMma, Kao M BHCOKe mo3e N-serve
UHXUOUTOpa HUTpUbUKaALMje. YKYIMHO [JIeJaHO, HeraTMBaH YYMHAK Ha 3eMJbUIIHE
bMBe 3araleHa 3ajlMBHA BO/A MUMaJia je y 00a TUIla 3eMJbUIITA, a TTOCEOHO Y CMOHUIIN
rmoj LpBeHOM aeTelnHOM. Hucke KoHuLeHTpaluje nerepiieHTa (Mepu) HeMajy 3Ha-
yajHOr edekta Ha OBY IpyIy MUKPOOpPraHu3ama.

CXomHO HaBeIeHOM, KOHCTAaTyjeMO Ja ce TMHAMKKa OpOJHOCTU 3EMJBMIIHUX TJbU-
Ba MOYKE€ KOPUCTUTHM y MOHUTOPUHTY 3eMJbMINTA 3araljeHUX pa3iuyuTUM TOKCUHOTE-
HUM MaTepujama.
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MYCOPOPULATION OF MARSHMALLOW
(ALTHAEA OFFICINALIS L.)

ABSTRACT: Marshmallow is an important medicinal plant in Serbia. Because of in-
creasing demands on the market, cultivation has been started. Through regular quality con-
trol of commercial seeds and plantations, mycopopulation of marshmallow was recorded in
the period 2000—2006. Seeds of marshmallow were dominated by Alternaria alternata and
species from the genus Fusarium (Fusarium verticillioides, F. proliferatum, F. semitectum,
F. oxysporum and F. solani). Species belonging to Fusarium genus are the cause of rot of
seeds and roots of marshmallow, causing chlorosis and fading, and therefore deterioration
and necrosis of plants, as well as decrease of seed germination of seeds. Leaves and stalks
of marshmallow were from time to time under massive attack of Puccinia malvacearum,
and that was the reason why leaves were unuseful as a herbal drug. On roots and lower part
of the stalks, massive appearance of Sclerotinia sclerotiorum, a causal agent of the white
rot, in cases when marshmallow was cultivated after sunflower, was recorded, too. From ot-
her fungi in roots, species belonging to the genus Fusarium (F. oxysporum, F. solani and F.
verticillioides) were dominant.

KEY WORDS: Althea officinalis, marshmallow, diseases, micopopulation

INTRODUCTION

Marshmallow has been used in popular medicine from ancient times. As
a perennial plant, it is characterised by branchy root system and could reach
the height of 1.5—2 meters. It is cultivated because of medical properties of
roots (Althaeae radix), leaves (Althaeae folium) and flowers (Althaeae flos).
That was the reason why the Institute for Medicinal Plant Research “Dr Josif
Panci¢” started the cultivation of marshmallow in cooperation with other pro-
ducers, as well as on its own land.
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The plantations of marshmallow were exposed to attack of a number of
phytopathogenic fungi in different stages of plant development, during the ve-
getation. Numerous fungal diseases in our country decrease the yield and
quality of herbal raw material every year.

Marshmallow is the host of a dozen fungal species in our country (P a-
vliovié and Stojanovid, 2001; Pavlovié etal., 2002; Pavlovid
et al., 2006). Considering the relatively poor scientific data recorded so far
about the diseases of marshmallow in our country, the present study was car-
ried out with the aim to get better insight into mycoflora of seeds, overground
and underground parts of this medicinal plants.

MATERIAL AND METHODS

Sampling. Plantations of marshmallow were examined at the localities of
Pancevo, Banatsko Novo Selo, Ruma and Zrenjanin for several times, during
the vegetation, in the period 2000—2006. Plant parts expressing pathological
changes were collected, packed into paper bags, and transferred to laboratory
for further testing. Samples of seed were collected from the plantation subjec-
ted for marshmallow seeds production in Pancevo.

Isolation. Isolation of fungi from the seeds was carried out according to
the procedure supplied by ISTA (Mathur and Kongsdal, 2003), using
methods for incubation on filter paper and nutritive medium. These methods
were applied to 4600 seeds. After incubation of seeds for 5—10 days, formed
mycelia were transferred to PDA and WA with carnations leaves (CLA). From
collected samples of leaves, leaf stalks, stems and roots, isolation was accom-
plished in common manner, taking fragments from the zones between healthy
and diseased tissues. Before transferring to PDA, plant material was sterilised
by 2% of NaOCI solution during 2 minutes, washed with distilled water, and
incubated for 7—10 days at 25°C + 1°C. Formed fungal colonies were again
put on PDA, to get clean cultures and for further characterization of fungal
isolates. The collection of 53 Fusarium isolates, 4 Alternaria isolates, 2 Pho-
ma isolates and 2 Sclerotinia isolates, was formed and was chosen for determi-
nations.

Morphological characteristics of fungi. The morphology of fungi was
evaluated on natural substrate and nutritive media. Growth of colonies of Fu-
sarium spp. was measured on PDA after incubation for 3 days, at 25°C and
30°C. To stimulate developed sclerotia to form apotetia and ascospora, cooling
in refrigerator to +4°C was applied. After 30 days, sclerotia were put to wet
filter paper at laboratory temperature. Morphological characteristics of obliga-
tory pathogens (Puccinia malvacearum) were tested on the fresh material only.

Determination of fungi. Determination of fungi was conducted on the ba-
sis of morphological, biometric, and growing properties of the tested fungi, ta-
king into account registered symptoms of the disease, described by Nelson
et al. (1983) for Fusarium spp., Savulescu et Savulesku (1953) for
Puccinia malvacearum, Sutton (1980) for Phoma sp., Mordue and Hol-
liday (1976) for Sclerotinia sclerotiorum.
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RESULTS

1. Alternaria alternata (Fr. ex Fr.) Keissel was the most abundant fungus
in commercial marshmallow seeds. From total number of tested seeds, on ave-
rage 45,6% of seeds (22—78%) were attacked by this fungus, and the range of
infection was 22—78%. On the seed this fungos forms white aerial mycelium
that later becomes dark grey, and may cover the whole seed, causing mechani-
cal inhibition of germination. On PDA it develops fast, filling the Petri dish
within 7—10 days. Aerial mycelium is olive-greyish, more abundant in the
middle, while the edges are wavy and white. Conidiophores are simple, septate,
dark. Conidia are formed in long branched chains, dark, different in shape,
with or without beaks.

This fungus was isolated from dark, elongated (up to 1 cm), necrotic fla-
kes formed at root necks of marshmallow originating at the localities of Pance-
vo, Banatsko Novo Selo and Indija. At root and stem, this fungus is often
found in combined infection with species from the genus Fusarium.

2. Fusarium verticillioides (Sacc.) Nirenberg was isolated from 9% of
seeds, stems and roots of marshmallow. On seeds, this species forms white,
abundant, woolly mycelia, with blue nuances. Around diseased seed, filter pa-
per is coloured ink-blue. At the lower part of the stem, filthy white to beige
colouring of mycelia of velvet consistency or white mycelia which covers big-
ger part of the root, can be observed. Diseased root is grabbed by dry or wet
rot, because of necroses of conductory vessels.

Colonies on PDA are abundant, velvet-like, woolly, white at the begin-
ning later decorated with different nuances of violet. There are variabilities
between the isolates, regarding the colour of mycelia and nutritive medium.
An average radius of 35 mm at 25°C, and 37,5 mm at 30°C was recorded.
Macroconidia are abundantly formed at tips of monophialides, in longer or
shorter chains (Fig. 1), or in false heads, after three days of growing on media.
These are hyaline, obovoid with truncate base, not-septated, rarely with one
septum. Macroconidia are formed in monophialides in pale orange sporodochia
on CLA, rarely in hyphae, hyaline, delicate, somewhat folded, almost cam,
with 3—5 septa, with apical cell narrowed and foot-shaped basal cell. None of
the isolates formed chlamidospores.

3. F. proliferatum (Matsuhima) Nirenberg was
recorded in all tested seed samples, an average 7%
of the seeds were infected, and isolated from marsh-
mallow root samples from all the localities. Aerial
mycelium colonies on PDA were at first white, abun-
dant, woolly, loose on the edges. Isolates of F. proli-
feratum may vary regarding the colour of aerial and
substrate mycelium. An average increase of colonies
of 35 mm at 25°C, and 37 mm at 30°C was recor-
ded. Microconidia on CLA are usually formed on
mono or polyphialides, in chains or in false heads
(Fig. 2). They are hyaline, single celled, rarely with

Fig. 1 — Fusarium
- ; . verticillioides. Chains
one septa, obovoid with truncate bases. Macroconi- of microconidia
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dia are rarely formed in monophialides and sporodochia. Sporodochia are pale
orange, formed after 7—10 days of growing on CLA, in intermittent UV
light/dark conditions (12/12 h). Macroconidia are hyaline, long, falcate to al-
most straight, delicate, thin walled, with 3—5 septa. Basal cell is foot-shaped.
Chlamidospores were not present in any of the isolates.

4. F. semitectum Berk. & Rav produces abun-
dant, woolly, beige coloured aerial mycelium around
the seed on moist filter paper. On average 3% of
the seeds were infected. Still, the infection does
not stop the germination, but soon it causes the
coverage of whole seed by mycelium, which leads
to seed wilt. An average radius of colonies of 40,
5 mm at 25°C, and 39, 5 mm at 30°C was recor-
ded. Colonies on PDA with abundant, rich, wool-
ly, aerial mycelium, initially white to salmon, be-
coming peach colour with age. Substrate myce-

Fig. 2. F. proliferatum lium is of peach colour, or pale to dark brown

Microconidia in false heads pigment which develops in the agar. Microconi-

dia are rarely produced. Macroconidia are for-

med in polyphialides (Fig. 3 and 4) in aerial mycelium on CLA, just 4 days

after the inoculation. These conidia are straight, rarely slightly curved, spin-

dle-shaped at the ends with 3—35, rarely 6—7 septa. Chlamidospores were pre-
sent in all the isolates.

Fig. 3—4 — Macroconidia (3) and polyphialide of F. semitectum (4)

5. Fusarium oxysporum Schecht. Emend. Snyder & Hansen was present
on 4% of the marshmallow seed. It forms rich, abundant, snow-white myce-
lium that covers the whole seed. Around diseased seed filter paper is coloured
ink-blue. Especially heavy contamination of root by these fungi was observed
at the locality of Banatsko Novo Selo, during 2005, causing fading and dete-
rioration of shoots. The cross section of the diseased root clearly shows the
necrosis of vessel elements (Fig. 8). The leaves of the diseased plants become
yellow and fade, so the root becomes unuseful as a herbal drug.

Simultaneously, there is a great variability between the same isolates, re-
garding the morphology of the colonies and pigmentation of media. An ave-
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Fig. 5—8 — Fusarium oxysporum. Microconidia and chlamidospore
in situ (5), macroconidia (6), short monophialide and false heads
in situ (7), necrosis of diseased marshmallow rot (9)

rage radius of 40,36—41,18 mm at 25°C, and 40,81—40,90 mm at 30°C was
recorded. Some isolates form stromatic-like bodies, resembling the peritecia.
Microconidia (Fig. 5) are abundantly formed in false heads on short monophi-
alides (Fig. 7) on CLA, four days after growing. Macroconidia (Fig. 6) in mo-
nophialides are formed on mycelium, but mainly in dark sporodochia that are
hyaline, single celled or with one septa, oval to ellipsoid or kidney shaped.
Macroconidia covered with mycelium on CLA, after seven days, and on PDA,
in older cultures. They are hyaline, sometimes slightly sickle-shaped, apical
cell narrowed, with 3—35 septa. Each isolate formed chlamidospores

Fig. 11—12 — Mixed infection of marshmallow roots by
Fusarium solani and F. verticillioides

197



6. Fusarium solani (Mart.) Appel & Wollenw. emend. Snyder & Hansen
was isolated on 2% of the marshmallow seed, and the root as well (Fig. 11
and 12) during the autumn 2005. White, flourish mycelium was formed on the
root within the dark brown, almost black necrotic tissue. With few plants,
necroses took over the whole root. In these cases, leaves are chlorotic and die.

Colonies are with white, rare, zoned aerial mycelium, with slightly wavy
edges. Pigmentation at the centre was filthy white to beige, almost white
toward outside. An average radius of colonies of 24,8 mm at 25°C, and 29,6
mm at 30°C was recorded.

F. solani on CLA produces microconidia, macroconidia and chlamidospo-
res (Fig. 9 and 10). Microconidia are abundantly formed in false heads on long
monophialides. They are hyaline, single celled or with 1—2 septa, oval to el-
lipsoid or kidney shaped. Macroconidia are formed on monophialides in dark
sporodochia (on PDA) on older cultures or on mycelium (on CLA) 7 days
after growing. Macroconidia are hyaline, sometimes slightly sickle-shaped, api-
cal cell narrowed, with 3—7 septa. Each isolate has abundantly formed chla-
midospores.

Fig. 9—10 — Fusarium solani. Chlamydospore (9), micro
and macroconidia (10)

7. Puccinia malvacearum Mont. causal agent of the rot on the leaves and
stalks of marshmallow was detected at the localities of Pancevo, Banatsko No-
vo Selo and Alibunar, and on wild-growing plants of both types of marshmal-
low near Belgrade as well.

During the first part of May, on the upper side of the leaves, pale yellow
chlorotic spots, 0,5—3 mm in radius, were recorded, and inside of the leaves,
covered with warts teliosorusy with orange-brown coloured teliospores, which
later became dark purple. Over 100 of teliosoruses could be formed on a sin-
gle leave. Teliosoruses formed on leaf stalks and stems are rare and less, they
join together, so they become straigh. In a case of heavy attack, the leaves
fade and die, that inhibits the production of quality herbal raw material for
pharmaceutical needs.

Teliospores are formed as double cells, on long stalk, spheroidly alterna-
ted, pale yellow, with smooth, thick walls (Fig. 13). Lower cell is wider, and
upper cell is slightly oval, sometimes apical narrowed. Teliospores can germi-
nate only after being put under influence of alternating low and high tempera-
tures under natural conditions.
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8. Sclerotinia sclerotiorum (Lib.) de Bary was
detected only on a private plantation near Bela Cr-
kva (Banatsko Novo Selo), where marshmallow was
cultivated after sunflower during July and August
2001. Pathogen attacks the root, neck of the root
and stem, at first forming dark water-like spots.
Within these spots, an abundant, white mycelium is
developed, and later dark to black, large sclerotia.
Under wet conditions, the lesions are growing fast,
taking over the plant ring by ring, causing fading
and actual deterioration of plants. Sclerotia are for- Fig. 13 — Teliospores of
med in the stem core of the diseased plant. Myceli- Puccinia malvacearum
um is taking over flower branches too, spreading
the infection onto the seed.

Fungi produce sclerotia after 10 days of growing on PDA. They are alter-
nated as spheroid to irregular shape, 2—5 mm in radius. Sclerotia form apote-
tia (Fig. 15) with ascus and ascospora (Fig. 16), after it was kept for 60 days
on wet filter paper at laboratory temperature.

1573

Fig. 15—16 — Sclerotinia sclerotiorum. Apothecium formed
on sclerotium (15), asci and ascospores (16)

9. Phoma sp. was isolated from ground part
of marshmallow stem, originating from Zrenjanin.
On the stem dark, oval spots are formed and joi-
ned together. Tissue within the spots is creaking,
thus forming numerous pycnidia. At first, aerial
mycelium is white, later, in central part, the co-
lour is changing to dark. Numerous individually,
concentrically placed pycnidia are formed on PDA
after 10 days (Fig.14). Pycnidiospores are small,
hyaline, single celled, straight, ellipsoid or egg-
-shaped. Fig. 14 — Pycnidia of

Besides the previously mentioned fungi, so-  Phoma sp. formed on PDA
me other fungi from genera Epicoccum, Cladospo-
rium, Penicillium, Aspergillis and Rhizopus were also isolated from the marsh-
mallow seed. They were present in low percentage (1—4%).
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RESULTS AND DISCUSSION

Fourteen species from 10 genera were identified on the seed, leaf, stem
and root of marshmallow. Because of the rich content of nutritional material,
the seed presents the adequate substrate for growth. The dominant population
on the seed are fungus from the genus Alternaria (22—78%) and Fusarium
(18—25%), and in smaller percentage (1—4%) fungus from the genera Pho-
ma, Epicoccum, Cladosporium, Penicillium, Aspergillis and Rhizopus.

Alternaria alternata is constantly present on the seed. It is also isolated
from dark spots on the root, where it most often combines with the species
from the genus Fusarium. The genus Alternaria forms different groups of iso-
lates, from genuine saprophytes, facultative pathogens to virtual, for the host
specific pathotypes (Scheffer, 1992). Otani and Kohmoto (1992)
state that isolates of A. alternata have the capability of invading the herbal tis-
sue, that leads to a disease on numerous hosts. In our country it was identified
on chamomile, feverfew, valerian and balm.

Five species from genus Fusarium (Fusarium verticilloides, F. prolifera-
tum, F semitectum, F. oxysporum and F. solni) were isolated from seed of
marshmallow. The diseased seed is small and poor, with changed colour. Parts
of germinated seeds fade and die. Fusarium proliferatum, F. oxysporum and F.
solani often attack marshmallow root, causing its deterioration. Morphological
characteristics of the obtained isolates of Fusarium spp. (appearance, micro
and macroconidia, way of formation, presence or absence of chlamidospores)
originating from marshmallow, as well as huge variability regarding the colour
and pigmentation of nutritive medium, were in good agreement with the de-
scription of other authors (Nelson et al.,, 1983; Burgess et al.,, 1994).

Mallow rust (Puccinia malvacearum) is known as a disease of wild
growing mallow (Malva silvestris L.) found at several localities in Serbia
(Stojanovié and Kostid, 1956). As a host of that pathogen in Monte-
negro Malva rotundifolia and Althaea rosea were reported (MijusSkovid,
1956).

In Serbia none of the species belonging to the genus Phoma were recor-
ded, though Sutton (1980) quoted Althaea rosea as its host.

Moist rot was recorded only in one case, when marshmallow was cultiva-
ted after sunflower culture, that is the main host of Sclerotinia sclerotiorum
(Mari¢ et al., 1988). Damages were highly present since all the diseased
plants deteriorated during the vegetation. Pathogen sclerotia are able to retain
vitality in soil for a very long period of time (3—8 years), so, from this reason
crop rotation by cultivation of marshmallow should be taken into account.
Three-year lasting crop rotation in beans did not reduce the disease severity
(Schwartz and Steadman, 1977).
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MUKOITOITYJIALINJA TIbUBA (ALTHAEA OFFICINALIS L.)

Caexxana 'b. IMasmosuh,! Bepa B. Crojmmn,? Cama JI. CrojaHoBuh3
I nucTuTyT 3a mpoydaBakbe JeKoBUTOr Ouiba ,,JIp Jocud IManumh”,
Taneyma Kowrhymkor 1, 11000 beorpan, Cp6uja
2 Tlomonpuspenuu dakynrer, Yuusep3uter y HoBom Cany,
Tpr Hocureja O6panosuha 8, 21000 HoBu Can, Cpbuja
3 VIHCTUTYT 3a 3allTUTy OMJ/ba M JKUBOTHY CPEAMHY,
Teonopa [pajzepa 9, 11000 Beorpan, Cpbuja

Pe3nme

PenoBHOM KOHTPOJIOM KBajuTeTa KOMEPLMjATHOT CeMeHa M TUIAaHTaXKHUX 3acaia
pernCcTpOBaHa je MUKOIIOIyIalrja 6eror ciesa y nepuoay 2000—2006. YetpHaect Bp-
cra rjbuBa u3 10 pomoBa maeHTU(GUKOBAHO je HA CEMEHY, JIUCTY, CTaby U KOopeHy Oe-
qor cie3a. Ca cemeHa cy usoyioBaHe ciaeaehe Bpcte: Alternaria alternata n meT BpcTa
pona Fusarium (F.verticillioides, F. proliferatum, F. semitectum, F. oxysporum u F.
solni), a'y mamweM mpoueHty (1—4%) rpuBe u3 pomosa Epicoccum, Cladosporium, Pe-
nicillim, Aspergiluis  Rhizopus. Bpcte pona Fusarium npoy3poKyjy TpyJeK ceMeHa U
KOpeHa cJjesa, JOBOJe 0 XJopo3e M yBeHyha, a caMUM TUM M JI0 YIUibaBarba OWJbaka
U yTUUY Ha CMakeHe KIMjaBOCTU ceMeHa. JIMcToBu u cTabsno Gesor ciesa cy 2002.
roaMHe OWiM MacoBHO cy uHbUuMpaHu ca Puccinia malvacearum, 300r je yera Jid-
urhe 6mao HeynmoTpeO/bUBO Kao OWbHA Apora. BraxkHa Tpysek perucTpoBaHa je caMo
y jemHOM ciiyuajy Kaja je Oenu cjie3 rajeH HakoH cyHIllokpeta. [lomTo ckiepouuje ma-
TOT€HA 3apyKaBajy BUTATHOCT y 3eMJbUILTY BUIlIE FOAMHA, Yy MTPOU3BOALYM Oesor ciesa
MOTPEeOHO je BOIWUTU payyHa O IIOMOpEy.
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LYOPHILIZATION AS A METHOD FOR PATHOGENS
LONG TERM PRESERVATION

ABSTRACT: Lyophilization (freeze-drying) is one of the most suitable methods used
for a long term peservation of pathogens. The aim of this paper was the application of lyop-
hilization for storage of three significant plant pathogens: Fusarium graminearum, Helmint-
hosporium gramineum, and Pseudomonas syringae pv. gylicinea, respectively. The plant
material was collected continuously (during a four year period 2002—2006), depending on
a plant development stage, from different localities in Vojvodina. Pathogens were isolated
from diseased parts with characteristic symptoms, and placed on nutritive media specific for
a certain pathogen, using standard phytopathological methods. Lyophilization was carried
out in marked and coded ampoules by freezing and drying of pathogen suspension and nu-
tritive medium. Revitalization of lyophilized isolates was done after four days. High percen-
tage of revitalization was characteristic for all studied isolates, and it ranged from 85—
92%, confirming that lyophilized pathogens would be capable of keeping viability for a
long time in the collection. Besides above mentioned pathogens, there were 200 isolates in
the collection, originating mostly from field and vegetable crops. Each isolate that was put
into the Collection, was followed by all the necessary data such as: name of the pathogen,
number of isolates, locality, host plant, year of isolation, name of the researcher and other
relevant data.

KEY WORDS: lyophilization, long time preservation, plant pathogen collection, fun-
gi, bacteria.

INTRODUCTION

The study of microorganisms often involves the use of living cultures.
The cultures need to be kept for a long period, and included into the microbio-
logical collection. Purpose of the Collection is to maintain the biological mate-
rial in vital and stable state, with all its original traits preserved. Lyophilization
(freeze-drying) is one of the most suitable techniques used for long-term
pathogen preservation (The Preserevation and Maintenance of Living Fungi —
Smith and Onions, 1994).
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MATERIAL AND METHODS

The plant material was collected continuously, from different localities in
Vojvodina, depending on a plant development stage. Pathogens were isolated
from diseased parts with characteristic symptoms, and placed on nutritive me-
dia, specific for certain pathogens, using standard phytopathological methods.
These isolates originated from different localities in Vojvodina (Futog, Begec,
Backa Palanka, Rimski Sancevi, Cenej, Pancevo, Srbobran, TovariSevo, Njego-
Sevo, Batka Topola, Lacarak and Calma, respectively) and were collected du-
ring the period 2002—2006.

Fusarium graminearum was isolated from diseased maize and soybean
seed, and from diseased leaves and ear of barley. Standard PDA medium was
used. The obtained fungi colonies, belonging to Fusarium genus, were subcul-
tured on CLA medium for better sporulation (Fisher et al. 1982). Isolates
were incubated at 25°C under artificial ultraviolet light (“black light”) with a
12hr photoperiod.

Helminthosporium gramineum was isolated from diseased seed and leaf
of barley and placed on standard PDA medium. Incubation was done at 25°C,
with 12 hour light/dark cycle during seven days. The obtained isolates were
transferred to PDA and WA media in order to obtain pure cultures.

On basis of fungus morphological characteristics of colonies and repro-
ductive organs (conidia, conidiophores, and chlamidiospores), determination of
species was done (Nelson et al., 1983; Burgess et al, 1994; Mathur
and Kongsdal, 2003).

Pseudomonas syringae pv. glycinea was isolated from diseased soybean
leaves with characteristic symptoms of bacterial spot, placed on meat extract
(MPA) and nutritive agar medium, enriched with sucrose (NSA), using stan-
dard surface smearing method (Arsenijevidé, 1997; Schaad, 1980).
Two days after development in thermostat at 26°C, individual colonies were
transferred to slope medium with glycerol (Klement et al., 1990). Bioche-
mical-physiological characteristics and pathogenic traits of the obtained isola-
tes were determined by using tests and usual procedures for this kind of tes-
ting (Fahy and Persley, 1983; Arsenijevi¢, 1988; Klement et
al. 1990; Schaad, 2001).

Preparation of the isolates for lyophilization

F. graminearum and H. gramineum were lyophilized using colonies 7—
10 days old, while bacterial colonies were 24—48 hours old.

Lyophilization was done according to Smith and Onions (1994).
Prepared material was lyophilized in Modulyo 4K freeze dryer (Edwards, UK)
under vacuum (Fig. 1). Lyophilization processed ampoules were constricted
using flame, in order to prevent the contact of lyophilized material with air,
which could cause damage (Rey, 1977) (Fig. 2).

Sealed ampoules were kept in a special compartment of lyophilization
chamber.
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Fig. 1 — Modulyo 4K freeze dryer (Edwards, UK)
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Fig. 2 — Ampoule with lyophilized isolate

Viability of lyophilized isolates was checked four days after the lyophili-
zation. Growing and morphological characteristics (shape, colour, and size) of
fungal and bacterial colonies were observed on nutritive media during the revi-
talization process.

RESULTS

Ten isolates of F. graminearum fungus were obtained by isolation. Five
isolates originated from soybean seed (FG-5, FG-8, 56/13, 4/21, 5/18), three
from maize seed (FG-1, FG-2, FG-3), one from barley leaf (FG-6) and one
from barley ear (FG-7).

Four isolates of H. gramineum originating from barley seed, were obtai-
ned (H-1, H-1 (F), HG-1 and HG-2), and one originating from barley leaf
(HG-3).

Three to four days after the completion of lyophilization, 22 isolates of P.
syringae pv. glycinea (B2/4, B2/5, B2/6, B2/7, B2/8, B11/1, B13/1, B13/2,
B13/4, S5/1, S5/2, S5/3, R9/1, R9/3, R10/1, R10/4, R10/5, R10/6, R12/2,
P15/1, P15/2 i P15/3) were obtained.

Besides the above mentioned pathogens, the Collection contains 200 iso-
lates originating mainly from field and vegetable crops. Each isolate contained
in the Collection was put into the data base with all the relevant data, such as
name of the pathogen, number of isolates, locality, host plant, year of isola-
tion, name of the researcher and other relevant data (Tab. 1).
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Tab. 1 — Form of table containing data on isolates and localities

Catalog number of isolate

Name of pathogen

Locality

Host and part of plant used for isolation

Year of introduction of isolate into the Collection

Other data: name of institution, name of researher, original mark of
isolate, origine of isolate, year of isolation and other relevant data

Percentage of revitalized isolates four days after lyophilization was 85%
for F. graminearum and H. gramineum fungi, and 92% for P. syringae pv.
glycinea bacterium. These results point out to a high degree of isolate viability
after lyophilization, confirming that the studied pathogens are capable of long
term preservation by application of this method.

Morphological and growing characteristics of the colonies of revitalized
fungal and bacterial isolates, observed on nutritive media, were identical with
the original. On PDA, medium isolates of F. graminearum formed abundant,
thick, and pinkish white mycelia, with grayish margines. The isolates formed
burgundy pigment in the agar. On CLA medium, the isolates formed pink
aerial mycelium, and dark red pigment in the agar. Macroconidia were formed
on branched monophialides with 3—5, rarely 6 clearly visible septa. Apical
macroconidial cell was tapered, while basal cell was foot-shaped. The isolates
formed neither microconidia nor chlamidospores. (Fig. 3).

H. gramineum formed grayish to olivegreen black colonies with characte-
ristic lobed margins, after revitalization on PDA medium. Conidiophores were
branched and septate, formed individually or in groups. Cylindrical dark yel-
low conidia with 1—7 septa were formed laterally or terminally on conidio-
phores (Fig. 3).

Bacteria were revitalized on nutritive medium enriched with sucrose (NSA).
Characteristic slimy, large, shiny, white and distinctively convex bacterial co-

Fig. 3 — Revitalized isolates of H. gramineum and F. graminearum on PDA medium
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lonies of P. s. pv. glycinea were formed three to four days after revitalization
(Fig. 4).

Fig. 4 — Revitalized isolate of P. s. pv. glycinea bacterium
on NSA medium

DISCUSSION

Plant pathogens including F. graminearum, H. gramineum and P. s. pv.
glycinea can cause significant damage to the plant production, and for that rea-
son they should be precisely determined and preserved. Plant pathogens, which
are the part of agro-ecosystem, are influenced by great number of factors, cau-
sing the change of their characteristics among which pathogenicity and viru-
lence are the most significant ones. This fact revealed the need for a systema-
tic collection and a long-term preservation of pathogens. Due to the changes
caused by different conditions of environment, it is very important, especially
from the aspect of breeding for resistance, to have a great number of isolates
of a certain pathogen originating from different localities and different years.
Lyophilization method enabled the biological material to preserve its original
traits for long periods of time (Klement, 1990; Agrios, 1997).

Results obtained in our studies confirmed that the method of lyophiliza-
tion is a very suitable way for plant pathogen preservation.

Microorganisms can survive conditions of lyophilization process, and pre-
serve viability and original traits. Success of lyophilization and vitality of lyo-
philized isolates can vary between the isolates of the same species (Smith
and Onion, 1994). Tan et al. (1991) mentioned that the optimal results can
be obtained in case of lyophilization of young colonies, and that this method is
proposed for preservation of fungi belonging to Ascomycetes class, to which
H. gramineum and F. graminearum also belong.

The length of time allowed for rehidratation is one of the major factors in
the process of revitalization, and can be very different for individual isolates
(Haskins, 1957, Butterfield et al. 1974).
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All studied isolates showed high percentage of revitalization and survival.
Morphological and growing characteristics of lyophilized F. graminearum and
H. gramineum fungi, and P. s. pv. glycinea bacterium, were identical to the
original isolates after revitalisation.

The need for constant observation, study and preservation of plant patho-
gens, with the aim of improvement of cultivated plant production, first of all
by developing less sensitive i.e. resistant varieties, genotypes, and hybrids
comes from all the above mentioned.
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JNODPUITN3ALNIA KAO METOA AYTOPOYHOI YYBAHA TTATOTEHA
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Pesume

JInodpunuzauuja (freeze-drying) je jenHa o HajIIOrOAHUjUX METONA KOja CE KOPU-
CTU 32 IIYyTOPOYHO uyBarbe naroreHa. Llusb paga je mpumeHa merona Juoduianzaiuje
y uyBawby TPU 3HayajHa OwbHa maroreHa: Fusarium graminearum, Helminthosporium
gramineum u Pseudomonas syringae pv. gylicinea. Ilpukyrbame y3opaka OWbHOT Ma-
Tepujaja BPUIEHO je Y KOHTUHYUTETY (TOKOM uyetupu roguHe, 2002—2006) ca pasmu-
YUTUX JIOKAJIUTETa Ha Moapyyjy BojBoauHe, y 3aBUCHOCTU ol pa3BojHe (hase OMibaka.
M3zomanuja maToreHa BpleHa je M3 000JeIMX OMJBHMUX IEJ0Ba Ca KapaKTePUCTUIHUM
CUMIITOMUMA Ha XpaHJbMBE Toiore cremuduuHe 3a oapeheHor matoreHa kopuiirthe-
HBEeM CTaHIapIHUX (UTONATOJIOIIKMX MeTona. IlocTtymak nmoduansanuje BpIIEH je y
obesie:)keHUM UM UG pUpaHUM aMmITyJamMa CMp3aBabeM UM CYILIEHEeM CYCIEeH3HUje IMaTo-
reHa ¥ XpaH/bMBOT Meaujyma. PeBuranmzanmja mnohuim3oBaHUX M30JIaTa U3BPIICHA je
YeTUPU JaHa HaKOH Juoduiuzanuje. 3a cBe MPOyuyeHe M30JlaTe KapaKTepUCTUYaH je
BHMCOK TTpOIICHAT peBUTANM3alnje U u3Hocu 85—92%, mro notephyje na he mmodumm-
30BaHM MATOTeHU MYTOPOYHO 3aAPKATH BUTATHOCT Y KOJEKLIMjH.

Y okBUpY KoJieKIIuje Topea HaBeneHuX rnaroreHa noctoju 200 n3osnara Koju Io-
TUYY YIJIaBHOM ca paTapCcKUX M MOBPTapckuX OMbHUMX BpcTa. CBaku M30JaT KOjU ce
Haja3yW y KOJEKIMjH yHeT je y 0a3y IojaTaka ca CBMM IIOTPEOHMM IMomaluMa, Kao
LITO Cy: Ha3WB MaToreHa, Opoj M3oJaTa, JIOKAJIUTET, OMbKa noMahuH, rogMHa M30a-
1Mje, UMe MCTpakMBaua W JAPYry PeJIeBAHTHU TMOJALIN.
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THE QUALITY OF SILAGE OF CORN GRAIN
AND SPENT P. OSTREATUS MUSHROOM SUBSTRAT

ABSTRACT: The chemical composition, fermentation quality, mycological and myco-
toxicological analyses of silage mixture, made of ground corn grain and spent P. ostreatus
mushroom substrate, were investigated in this paper. Dry matter content in high moisture
ground corn, at the time of ensiling was 70%, and in the spent substrate (on the Salt Cedar
wood shaving basis) was 52.7%. Corn grain to spent substrate ratio in trials was: 100:0%
(D), 90:10% (II), 80:20% (III) and 70:30% (IV) respectively. Content of the lignocellulose
fractions in silage was slightly increased, and protein content was slightly decreased with
the increase of spent substrate content. Contents of the VFA (volatile fatty acids) in silage,
pH value, and NH3-N content were for the silage of very good quality. In the spent substra-
te 9 mold species were found, from which the most frequent were genus Penicillium, Paeci-
lomyces variotii, and Trichoderma harzianum. In ground corn grain silage (I) presence of
the yeasts was dominant (90.000/g). In combined trials (II—IV) only Penicillium (P. brevi-
compactum and P. echinulatum) mold species were found. Presence of molds and yeasts in
investigated trials was within tolerated values for ensiled feedstuffs. Mycotoxin presence in
silage was not determined.

KEY WORDS: silage, P. ostreatus mushroom, substrat, mycotoxins

INTRODUCTION

P. ostreatus mushroom is grown on the compost made of various types of
straw, sawdust, wood shavings or wood crust, seed shells, and other materials
rich in cellulose and lignin. After the fungus fruiting and harvesting, spent com-
post remains, which is utilized by fungus as nutritive substrate. The advantage
of P. ostreatus mushroom production is utilization of cheap waste materials.
Certain authors, among them Bano et al. (1984), Kakkar et al. (1990),
Platt et al. (1984), Rajarathnam and Bano (1989), Adamovid,
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M. et al. (1996; 1998; 1999 and 2001, Adamovié, O. et al. (2000; 2001
and 2003, Zadrazil, 1993), found that spent compost could be used as
feedstuff for domestic animals, either natural or ensiled.

During mycelia development and P. ostreatus mushroom fruiting sub-
strate is changed. The biggest changes are in N content which is decreasing.
The content of NDF (neutral detergent fiber) and hemicellulose is also de-
creased, which is indicating that P. ostreatus mushroom enzymes (cellulases,
hemicellulases, celobiases, ligninases, etc.) an effect degradation of easy degra-
dable fraction of lignocellulose complex. On the other hand content of ADF
(acid detergent fiber), ADL (acid detergent lignin) and cellulose (low degra-
dable components of lignocellulose complex) is not changed significantly. In-
creased moisture content in spent P. ostreatus mushroom substrate (50—70%)
causes rapid spoiling and difficult storage. Therefore, possibilities for its use in
animal nutrition are lower.

The goal of this experiment was to investigate possibility for Salt Cedar
wood shavings spent substrate in combination with high moisture ground corn
ensiling, and obtain new information on ways of using spent substrate in cattle
nutrition.

MATERIAL AND METHOD

The substrate for P. ostreatus mushroom growing was made on the basis
of Salt Cedar wood shavings from New Mexico (USA). Content of dry matter
at the time of ensiling was 52,7%. Particles of the wood shavings were hetero-
geneous (diameter 1—7 mm, length 5—100 mm). Content of dry matter in
corn grain at the moment of harvesting was 70%. Particle size of grounded
corn was between 0.1 and 2 mm. Ground corn grain and spent substrate were
mixed and placed into the plastic buckets of 3 kg volume capacity. Ratio
between high moisture ground corn and compost is shown in table 1.

Tab. 1 — Plan of the experiment

Silage trials

Silage component

I II 11 v
High moisture ground corn 100 90 80 70
Spent P. ostreatus mushroom substrat 0 10 20 30

After compressing of the ensiled material and remove air buckets were
covered with black nylon foil (0.2 mm thickness) and sealed with plastic lid.
The buckets were stored at the temperature of 20°C for the first 28 days, and
at room temperature of 16—20°C for the last 15 days. The buckets were ope-
ned after 43 days. After the opening the surface layer (2—3 cm thick) conta-
minated with molds, was removed. The samples for laboratory analyses were
taken from the remained content in the bucket. Silage samples (0.6 kg per
sample) were placed in nylon bags, cooled in the freezer (—18°C), and kept
until the beginning of the laboratory analyses. Determination of total number
of saprobic microorganisms/g (bacteria, molds and yeasts) was done according
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to Official Gazette of SFRY, No. 25/80. For mold isolation and identification
following media were used: Czapek’s agar (3% of succrose) — Aspergillus
and Penicillium, and potato succrose agar — Fusarium spp. and all other fun-
gal genera. Identification of mold species was done according to the following
authors: Nelson et al. (1983) for Fusarium, Ellis (1971) for Dematia-
ceous Hyphomycetes, Samson & van Reenen — Hoekstra (1988) and D om -
shet et al. (1980) for all other fungal genera. Multidetection procedure (Offi-
cial Gazette of SFRY, No. 15/87) was done for chemical analyses of aflatoxin
B,, ochratoxin A, and zearalenone. Qualitative and quantitative determination
of trichothecene type A mycotoxins (T-2 toxin and diacetoxyscirpenole —
DAS) was done by thin layer chromatographic method (Pepelnjak and
Babid, 1991).

RESULTS AND DISCUSSION

Chemical composition. Chemical composition of high moisture ground
corn and spent substrate is shown in Table 2. Chemical composition of ground
corn grain and spent P. ostreatus mushroom substrate significantly differed.
Spent P. ostreatus mushroom substrate had significantly higher content of ash
and lignocellulose fractions (ADF, ADL and cellulose), and protein content
was lower. Chemical composition of silage (trials [—IV) changed depending
on the ratio of high moisture ground corn and spent substrate. With the in-
crease of spent P. ostreatus mushroom substrate ratio in the trials (from 10 to
30%) the trend of lignocellulose fractions content was slightly increased and
the trend of protein content was decreased.

Tab. 2 — Chemical composition, % (on the dry matter basis)

High Spent P. Silage trials
moisture  ostreatus
Item
ground mushroom 1 it il v
corn substrat
Dry matter (DM) 76,41 52,07 65,88 63,36 59,07 57,19
Ash 1,71 13,12 1,47 2,14 2,82 3,55
Protein 8,51 3,81 8,70 8,46 8,07 7,81
Fat 3,81 0,65 3,28 3,07 2,76 2,55
NDF 17,88 65,47 15,41 18,16 20,65 23,64
ADF 3,17 52,98 2,73 5,70 8,78 11,99
ADL 0,43 14,19 0,37 1,19 2,05 2,94
Hemicellulosa 14,71 12,51 12,68 12,46 11,87 11,65
Cellulosa 2,74 30,79 2,36 4,02 5,74 7,54

NDF — Neutral detergent fiber; ADF — Acid detergent fiber; ADL — Acid detergent lignin

By the organoleptic evaluation of silage (I—IV) characteristic smell for
high moisture ground corn silage was found. In the trials III and IV, with 20
and 30% of spent P. ostreatus mushroom substrat, slight appearance of spent
substrate scent was detected.
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Microbiological analysis. Total bacteria count was significantly higher in
corn grain silage than in spent P. ostreatus mushroom substrate (Table 3). This
is logical regarding to the ensiling process.

Tab. 3 — Total count of saprobic microorganisms in spent P. ostreatus mushroom substrat and
silage

Spent P. Silage trials
P ostreatus Maximum
arameter I
mushroom 1 it I v quantities
substrat
Total count of bacteria (No/g) 2.400.000  78.000.000 — — — 100.000.000
Total count of molds (No/g) 1.100.000 20 300 100 40 300.000
Total count of yeasts (No/g) < 10 90.000 300 200 600 )

Legend: * according to Regulation (Official Gazette of SFRY, No. 2/1990)

Regarding the mold count in the same samples, the situation was comple-
tely different. Unlike spent P. ostreatus mushroom substrate where more than
10 molds per gram was found (Table 3), in silage samples mold count was far
lower, from 20 (silage I) to 300 (II). From 9 identified species of mold (Table
4) in spent P. ostreatus mushroom substrat, dominant species were genus Pe-
nicillium, Paecilomyces variotii, and Trichoderma viride typical mycobita for
lignocellulose materials (D om sh et al., 1980). In the silage only Penicilllium
(P. brevicompactum, P. echinulatum, P. funiculosum and P. variabile) species
were found. These species are regularly found on corn grain (Noory, 1983).

Tab. 4 — Fungal species identified in spent P. ostreatus mushroom substrat and silage

Spent P. Silage trials
No Species ostreatus
substrat I I I v
1. Acremonium sp. +
2. Alternaria alternata +
3. Aspergillus sp. +
4. Cladosporium cladosporioides +
5. Mortierella bainiery +
6. Paecilomyces variotii +
7. Penicillium brevicompactum + + + +
8. P. echinulatum +
9.  P. funiculosum +
10.  P. variabile + +
11.  Penicillium sp. +
12.  Trichoderma harzianum +
TOTAL 9 2 2 2 2

Total count of yeasts was the highest in ensiled corn (90.000/g), which
does not surprise regarding the ensiling process. In trials with different ratio of
spent P. ostreatus mushroom substrate this count did not exceed 600/g, which
is understandable regarding their absence in the spent substrate. Determined
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values were lower than maximum values for saprobic microorganisms in plant
feedstuff (Official Gazette of SFRY, No. 2/1990).

The presence of pathogenic bacteria (genus Salmonella, Staphylococcus,
Proteus, E. coli and Clostridium) was not found in silages. Having in mind
this fact, and previously presented parameters, it could be said that microbiolo-
gical quality of silage was satisfying.

Mycotoxicological analysis. By the thin layer chromatographic method,
presence of mycotoxins (aflatoxin B,, ohratoxin A, zearalenone, diacetoxiscir-
penol-DAS and T-2 toxin) was not detected in silages. This confirms the fact
that the detected molds were either not toxigenic, or the produced mycotoxin
levels were below detection ability of methods used for mycotoxin identifica-
tion (aflatoxin B,, 0,8 ug/kg, ohratoxin A — 8 pg/kg, zearalenone — 12 ug/
kg, DAS and T-2 31 pg/kg). Based on the presented results of mycotoxico-
logy, the quality of silage was satisfying.

Silage quality. Determined pH values of the investigated silages (Table 5)
show decreasing tendency of the content of spent P. ostreatus mushroom sub-
strat was increased. Nevertheless, pH value in trial IV was above 3,5. Among
the volatile fatty acids (VFA) the lactic acid was dominant. The content of lac-
tic acid in trials was in range 3,16 to 3,77%. The content of acetic acid was
about 4—5 times lower than to lactic acid (0,61—0,83%). The presence of
butyric acid was not detected. Content of NH;-N (nitrogen ammonia) was opti-
mal (0,071—0,083% of dry matter, or 5,24—6,40% of total nitrogen), and
slightly increased in trials III and I'V. These results indicate that for all four si-
lages the optimal conditions for good quality fermentation existed, which re-
sulted in a good quality of silage.

Tab. 5 — Silage qulaity

Silage variant

Parameter

| I 11 v
pH 3.77 3.79 3.64 3.59
Lactic acid, % DM 3.16 3.23 3.77 3.55
Acetic acid, % DM 0.61 0.68 0.83 0.69
Butyric acid, % DM 0.00 0.00 0.00 0.00
NH;-N, % DM 0.074 0.071 0.078 0.080
NH;3-N, % TN 5.31 5.24 6.04 6.40
Digestibility, % DM! 86.80 85.61 80.69 7791

I Tilley, J. M. A, Terry, R. A. (1963): J. Br. Grassland Soc. 18:104.

Silage dry matter digestibility was slightly decreasing, from 86,80% (I) to
77,91% (1V), with the increase of spent P. ostreatus mushroom substrat ratio
in silage. The reason for digestibility decreasing trend is high content of low
digestible lignocellulose fractions, which increased in trials respectively. Inve-
stigating the taste palatability (silage II) it was graded quite good. After
20—30 seconds of getting used to the scent and taste of silage, cows consu-
med all offered silage quantity in 60 seconds.
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CONCLUSION

With the increase of spent P. ostreatus mushroom substrate ratio in silage
(from 10 to 30%) values for NDF, ADF, hemicellulose, cellulose and lignin,
linearly increased. Total count of microorganisms in trials was among the tole-
rant values. The presence of mycotoxins was not detected. The content of vo-
latile fatty acids in silage, silage pH, and NH;-N content were within values
characteristic for silage of a very good quality. With increased ratio of spent
P. ostreatus mushroom substrat in silage, digestibility of silage dry matter de-
creased from 86,80% (I) to 77,91% (IV). Silage consumption was good. Mi-
crobiological and mycotoxicological analyses indicate that all the investigated
silages had satisfying quality.

Use of this kind of silage in smaller quantities (up to 10% of dry matter
in diets for cows and fattening bulls) could be reasonable in diets with low
ADF and NDF content, as well as for the cattle, with lower genetic potential,
under extensive conditions of nutrition.
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KBAJIUTET CHUJIAXKE O[] 3PHA KYKYPY3A
N CYIICTPATA T'JbUBE P. OSTREATUS

Munan J. AngamoBuh!, Anekcanapa C. Bouapop-Cranunh?,
WBanka M. Munenkouh3, CHexana C. Lltpban?, Meana Anmamosuh*
I THCTUTYT 3a TEXHOJIOTHjy HYKJIeapHUX M APYTMX MUHEPAIHUX CUPOBUHA,
®panme n1’Enepea 86, 11000 beorpan, Cpb6uja
2 A . ,,buo-exonomku nenrap”, Ierpa dpamiuua 15,
23000 3pewanuH, Cpouja
3 Xoprukynrype KoncantuHr”, 3pewmaHUHCKU IIyT 00,
11213 IMaguncka Ckena, CpOuja
4 TTomonpuBpeanu ¢akyaret, Hemamwuna 6, 11070 3emyH, Cpbuja

Pesnume

V pamy cy MCOUTMBAHM XeMUjCKU CacTaB, KBAIMTET (hepMEHTalMje, MUKOJIOIIKA
M MUKOTOKCHKOJIOIIKA CIMKA CHJIaXKa Ha 06a3u TpeKpyre BIaKHOT 3pHa KyKypy3a
CyrcTpara 3a rajewse rbuBe Pleurotus ostreatus (OykoBaua). Caapikaj cyBe maTepuje y
BJIAXKHOM 3pHY KYKypy3a Y BpeMe crimpama nsHocro je 70%, a y cyrncrtpaTy (Ha 6a3u
nmbeBUHEe 6opa) 52,7%. Cunuparme je 00aB/beHO Yy J1abOpaTOPUjCKUM YyCJIOBUMA, Y
M1acTUYHUM Kodama 3anpemuHe 3 kg. TexMHCKU yaeo Mpekpyrne BIaKHOI 3pHa Ky-
Kypy3a M cyrcTpata y cuiaxu je msHocuo: 100:0% (1), 90:10% (11), 80:20% (I11) u
70:30% (1V). ¥Y3poum cuiaxe y3uMaHU Cy 6 Hele/ba HAaKOH CUJIMparba. XCMUjCKUA ca-
craB cuiaxa (I—IV) ce Memwao y 3aBUCHOCTH OJ1 yjeJa MPeKpyre BIKHOT 3pHa KYKY-
py3a u cyncrpata. Ca moBehameM ynena cyncrpara (ca 10 Ha 30%) KonuduHA JTUTHO-
LeIyA03HUX (paKiMja y CIIAXKU MMaja je TpeH. OJjlaror IopacTa, a IpoTerMHa TPEH.
onagawa. Caapxaj uCap/bUBUX MACHUX KUCEJMHA Yy CUJIaXu, BpeAHOCT pH cunaxe u
canpxaj NH;-N 0w cy y OKBUpY BpPETHOCTH KOje Cy KapaKTepUCTUYHE 33 CHJIAKY
BeoMma J00por KBajuTeTa. ¥ CYICTpary je MAeHTU(hUKOBAHO 9 BpcTa IJIECHU Ol KOjUX
cy HajBehy yuectanocT UMasld MpeacTaBHULM pona Penicillium, Paecilomyces variotii
u Trichoderma harzianum. Y cuiaxu o HpeKpyIlle BiIa)KHOI 3pHa Kykypy3a (I) ouio
je momuHaHTHO mpucyctBo kBacaua (90.000/g). ¥V y3opurma KOMOMHOBAHUX CUJIa)Ka
(IT—1V) youene cy uckmbyuuBo Penicillium Bpcre ribuBa (P. brevicompactum u P. ec-
hinulatum). TlpucycTBO IUIECHM M KBacalla y MCIUTAaHUM Yy30plMMa je OujIo y ToJjie-
pPaHTHMM TpaHUIlaMa 3a CUJIMpaHa XpaHUBa KOja Ce KOPUCTE 3a CTOYHY McxpaHy. Tok-
CUKOJIOIIKMM TIpeTparama Huje yTBpheHo mpucyctBo acdiarokcmHa B;, oxparokcmHa
A, 3eapaneHoHa u tpuxoreueHa tumna A (DAS u T-2 TokcuH).
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INFLUENCE OF THE EXTRACTS ISOLATED
FROM GANODERMA LUCIDUM MUSHROOM
ON SOME MICROORGANISMS

ABSTRACT: Ganoderma lucidum (Leyss.: Fr.) Karst, a mushroom-like fungus is one
of the most famous traditional Chinese medicinal herbs. It received wide popularity as a he-
althy food and medicine in the Far East for more than 2000 years, because of its high medi-
cinal value. One of very interesting aspects of G. lucidum’s performance is antimicrobial ef-
fect due to the extracts derived from this mushroom, which contain bacteriolitic enzyme,
lysozyme and acid protease. The effects of these extracts depend on their composition,
extraction mode and refining. Bioactive components isolated from several G. lucidum’s stra-
ins showed different effects on the investigated microorganisms. In some cases, the influen-
ce was very intensive, with inhibitory or stimulating effect, while some of them did not
show any influence on the investigated microorganisms.

KEY WORDS: antimicrobial effect, extraction, extracts, Ganoderma lucidum

INTRODUCTION

For more than 2000 years, Ganoderma lucidum has been regarded as a
popular folk medicine in the Far East, used to treat various human diseases,
such as hepatitis, hypertension, hypercholesterolemia, gastric cancer and many
others. Due to its ability to cure many different diseases it received names like
“Elixir of life”, “Food of Gods”, “Mushroom of the Universe”. Its intracellular
and extracellular polysaccharides showed inhibition of the growth of several
types of cancer cells (Sone et al.,, 1985, Wang at al.,, 2002, Zhang et
al., 1994). Besides, it also produces many oxygenated triterpenes, especially
ganoderic acid, with various biological functions such as cytotoxicity to hepa-
toma cells, inhibition of histamine release, inhibition of cholesterol synthesis
and absorption, stimulation of platelet aggregation, and inhibition of thrombin
induced platelet aggregation (Shiao et al., 1994).

Antimicrobial drugs derived from different kinds of microorganisms have
long been used for prophylactic and therapeutic purposes. However, using the
same antibiotic for a long period may cause the resistance of microorganisms
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to that antibiotic. So, the investigation of influences of different kinds of
polysaccharides derived from mushrooms on microorganisms and their effects
on host’s immune system are very important today. Such compounds would be
expected to function by mobilising the body’s humoral immunity to ward off
viral, bacterial, fungal and protozoal infections resistant to the current antibio-
tics (Smith et al., 2002).

MATERIALS AND METHODS
Maintenance of microorganisms

Antimicrobial effects of the extracts of G. lucidum on certain strains of
microorganisms were investigated:

Escherichia coli ATCC

Bacillus cereus ATCC

Staphylococcus aureus ATCC

Salmonella enteritidis — Faculty of Agriculture collection
Proteus mirabilis — Faculty of Agriculture collection
Saccharomyces cerevisiae ATCC

Aspergillus niger — Faculty of Agriculture collection

Nownhk W=

ATCC — American Type Culture Collection, Rockville, Maryland

Bacterial strains of E. coli, B. cereus, S. aureus, S. enteritidis and P. mi-
rabilis were maintained on nutrient agar. The slant was inoculated and incuba-
ted at 37°C for 24 h, than stored at 4°C.

Investigated yeast S. cerevisiae and mould A. niger were maintained on
malt agar. The slant was inoculated and incubated at 30°C, 48h for yeasts and
at 25°C, 7 days for mold, than stored at 4°C.

Preparation of microorganisms

Bacterial strains of E. coli, B. cereus, S. aureus, S. enteritidis and P. mi-
rabilis were inoculated in nutrient broth and incubated at 37°C for 24 h, to
reach the concentration of 10°¢ cells/ml.

Yeast S. cerevisiae and mould A. niger were inoculated in malt broth and
incubated at 30°C for 24 h for yeast and at 25°C for 24 h for mold, to reach
the concentration of 10° cells/ml.

Used strains of Ganoderma lucidum
For this experiment ten different extracts, derived from different strains of
G. lucidum were used. Strains GI-I, K1 were isolated naturally from Serbian

woods, strains Gl-7 and G1-349 were taken from the Research Plant Internatio-
nal collection, Holland and strain GI-K originated from China.
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Hot extraction of bioactive compounds from dried
Ganoderma lucidum mushroom

Powdered tissue (1—9 g) was washed with 96% ethanol (300 ml), than
filtered and dried in vacuum (at 40°C for 60 min) up to getting powder. Dried
filtercake was mixed with deionized water (300 ml) and glucans were extrac-
ted by autoclaving at 120°C for 20 min. Material was cooled down and centri-
fuged (10000 rpm, at 4—9°C for 10 min). Supernatant was mixed with 2 vol.
96% ethanol and left at 4°C untill precipitate was formed. After centrifuge
(10000 rpm, at 4—9°C for 10 min) the collected pellet were dried in vacuum
(at 40°C for 60 min) and the powder was dissolved in Tris buffer 0.01 M (50
ml). The suspension was dialyzed for 24 h at room temperature. Dialyze is ne-
cessary for refining because low-molecular weight molecules will pass through
the membrane in solution, while high-molecular weight molecules, B-glucan
will stay inside the membrane. After dialyzing the content was centrifuged
(10000 rpm, at 4—9°C for 10 min) and 2 vol. 96% ethanol was added to su-
pernatant and left at 4°C for a couple of hours. To remove supernatant centri-
fugation (10000 rpm, at 4—9°C for 10 min) was repeated and the pellets were
dried in vacuum (at 40°C for 60 min). The dried pellets were dissolved in PBS
and used for further examination on microorganisms.

Room temperature extraction of water-soluble bioactive compounds
from dried mushroom Ganoderma lucidum

Powdered tissue (10 g) was mixed with water (300 ml) and steered on
magnetic stirrer at room temperature for 24 h. After filtration, the supernatant
was removed and (NH,),SO, was added to 90% saturation. Centrifugation
(10000 rpm, at 4—9°C for 10 min) was done and Tris 0.01 M was added to
the pellets for dialyzing (at room temperature for 24 h). This is the way to
obtain the lectins which will stay within the membrane and will be separated
by the centrifugation (10000 rpm, at 4—9°C for 10 min). The obtained dry
lectins were dissolved in PBS and used for the investigation of their influence
on the observed microorganisms.

Influence of the extracts on microorganisms

Petri dishes were inoculated with 0.2 ml suspension of certain microor-
ganism strains, and overlayed with 20 ml of medium. For bacterial growth,
Mueller Hinton agar was used, and for yeast and mould, malt agar was used.
Three filter disks (Schleicher & Schuell), 6 mm in diameter were placed on
each agar, and 10 pl of appropriate mushroom extract was added. Blind probe
contained only PBS, without any mushroom extract. The bacteria were incuba-
ted at 37°C for 24 h, the yeast was incubated at 30°C for 48 h, and the mould
was incubated at 25°C for 7 days.

After incubation, inhibition zones around the filter disks were measured.
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All experiments were performed in duplicate, for three times. The analy-
sis of variance test (P < 0.05) was used to determine the statistical signifi-
cance.

RESULTS AND DISCUSSION

Examination showed that the bioactive compounds derived from G. luci-
dum mushroom have had some influence on the observed microorganisms.
PBS did not show any influence on the observed microorganisms.

The results of influence of ten different extracts derived from G. lucidum
mushroom on the microorganisms are shown in the Table 1.

Tab. 1 — Influence of different extracts derived from Ganoderma lucidum on microorganisms

Inhibition or stimulation zone in diameter (mm)

Microorganisms Mushroom extract
1 2 3 4 5 6 7 8 9 10
Salmonella 266 266 — 1 266 3  — 2 3 266
enteritidis
Escherichia coli 233 1.33 — 2 2 — — 3 2.5

Bacillus cereus 14.67%e 15%e 14.67*%e 14%e 14.33%e 13.33%e [2%e 4% ]4%e  ]4%e
Proteus mirabilis 16%e  16%e  15%  16%e  16%e 15.33%e ]5%e [4%e 5% ]4.33%e
Staphylococcus
aureus
Saccharomyces
cerevisiae
Aspergillus niger —

* stimulation of growth
— with no influence on growth
* significant difference was found between the treatment and the control (p < 0.05)

All investigated extract were derived by water extraction and alcohol pre-
cipitation, except the extract number 8 which was derived by hot water
extraction.

The extracts derived from different strains and parts of fruitbodies of G.
lucidum mushroom were used. These extracts were labeled with numbers
1—10:

Extract derived from the fruiting body of G. lucidum

Extract derived from the spore broken cell walls of G. lucidum GI-K

Extract derived from the powdered fruiting body of G. lucidum K,

Extract derived from the micro powdered fruiting body of G. lucidum

Sl e

Gl-K

5. Extract derived from the G. lucidum GI-K hypha

6. Extract derived from the G. lucidum GI-K powdered spores

7. Extract derived from the fruiting body of G. lucidum GI-1 by water
extraction at room temperature
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8. Extract derived from the fruiting body of G. lucidum GI-I1 by hot
water extraction

9. Extract derived from the fruiting body of G. lucidum-7

10. Extract derived from the fruiting body of G. lucidum-349

It was established that the extracts derived from G. lucidum GI-K pow-
dered spores (Fig. 4) and fruiting body of G. lucidum-7 had significantly (PT
on bacteria S. enteritidis. The extracts derived from the fruiting body of G. lu-
cidum Gl-1, the spore broken cell walls of G. lucidum GI-K, the G. lucidum
GIl-K hypha and the fruiting body of G. lucidum-349 (Fig. 2) showed reduced
inhibition effects. The extracts derived from the powdered fruiting body of G.
lucidum K, and from the fruiting body of G. lucidum GI-I1 by water extraction
at room temperature did not influence the growth of bacteria S. enteritidis.

The strongest inhibition effect on the growth of bacteria E. coli was ob-
served in the case of the extract derived from the fruiting body of G. luci-
dum-349 (Fig. 1), and the extract derived from the fruiting body of G. lucidum
Gl-1, while the extracts derived from the powdered fruiting body of G. luci-
dum K,, the micro powdered fruiting body of G. lucidum GI-K, the fruiting
body of G. lucidum GIl-1 by water extraction at room temperature and the frui-
ting body of G. lucidum GIl-1 by hot water extraction, did not influence the
growth of bacteria E. coli.

All investigated extracts derived from different kinds of G. lucidum mush-
room showed significantly strong stimulating effects (P < 0.05) on the growth
of bacteria B. cereus (fig. 5 and 6). The strongest effect showed the extract de-
rived from the spore broken cell walls og G. lucidum Gl-K. The most reduced
stimulating effect showed the extract derived from the fruiting body of G. luci-
dum GI-1 by water extraction at room temperature.

All investigated extracts had significantly strong stimulating effects (P <
0.05) on the growth of bacteria Proteus mirabili. The extracts derived from the
fruiting body of G. lucidum Gl-1, the spore broken cell walls of G. lucidum
Gl-K, the micro powdered fruiting body of G. lucidum GI-K and G. lucidum
GIl-K hypha (Fig. 3) were the strongest. The lowest stimulating effect showed

Fig. 1 — Inhibitory effect of extract Fig. 2 — Inhibitory effect of extract
derived from the fruiting body of derived from the fruiting body of
Ganoderma lucidum-349 on the growth Ganoderma lucidum-349 on the growth

of bacteria Escherichia coli of bacteria Salmonella enteritidis
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Fig. 3 — Stimulating effect of extract Fig. 4 — Inhibitory effect of extract

derived from Ganoderma lucidum Gl-K derived from Ganoderma lucidum GI-K

hypha on the bacteria Proteus mirabilis powdered spores on the bacteria
Salmonella enteritidis

Fig. 5 — Stimulating effect of extract Fig. 6 — Stimulating effect of extract
derived from Ganoderma lucidum derived from Ganoderma lucidum GI-K,
on the bacteria Bacillus cereus by hot water extraction, on the

bacteria Bacillus cereus

the extract, derived by hot water extraction, from the fruiting body of G. luci-
dum GI-I.

The investigated extracts did not show any effect on the growth of bacte-
ria S. aureus, yeast S. cerevisiae, and mould A. niger.

CONCLUSIONS

G. lucidum, one of the oldest salutary remedy known for more than 3000
years, became a subject of interest in many contemporary science researching
papers. Numerous experiments showed different possibilities of using of ex-
tracts derived from this mushroom in various disease treatments, improving
immune system function which results in improving the general condition of
an organism. One of the possible ways of utilising these extracts is their action
on microorganisms which endanger human and animal health very often. Stan-
dard procedures in repression of harmful microorganisms are applications of
antibiotics, but too much usage of antibiotics, and the ability of microorga-
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nisms to develop resistance to them, result in their decreased effects on micro-
organisms. On the other hand polysaccharides derived from mushrooms be-
came very interesting due to their influence on immune system and on micro-
organisms, that can be used in a struggle against them. In this work, the in-
fluence of some polysaccharides derived from G. lucidum mushroom on seve-
ral microorganisms was investigated. In some cases the examined extracts
showed very intensive influence, inhibitory or stimulating, while some of them
did not show any influence on the examined microorganisms.

We believe that this investigation is of a current interest and should be
continued with more microorganisms and numerous chemically defined frac-
tions derived from the extracts of G. lucidum mushroom.

REFERENCES

Klaus, A. (2004): Proizvodnja i bioaktivna svojstva gljive Ganoderma lucidum, magi-
starski rad, Univerzitet u Beogradu, Poljoprivredni fakultet, Beograd.

Shiao, M. S, Lee, K. R, Lee, J. L., Cheng, T. W., (1994): Natural products
and biological activities of the Chinese medicinal fungus, ACS Symp. ser. 547
Food Phytochemicals for Cancer Prevention II, Washington DC: American Che-
mical Society, 342—354.

Smith, Rowan and Sullivan (2002): Medicinal mushrooms: Their therapeutic
properties and current medical usage with special emphasis on cancer treatments,
University of Strathclyde.

Sone, Y., Okuda, R.,, Wada, A, Kishida, A, Misaki, A. (1985): Structu-
res and antitumor activities of the polysaccharides isolated from fruiting body and
the growing culture of mycelium of Ganoderma lucidum, Agric. Biol. Chem., 49:
2642—50.

Wang, G. Y. Y., Khoo,K. H, Chen,S. T, Lin,C.C,, Wong,C.H,, Lin, C.
H. (2002): Studies on the Immuno-Modulating and Antitumor Activities of Gano-
derma lucidum (Reishi) Polysaccharides: Functional and Proteomic Analyses of a
Fucose-Containing Glycoprotein Fraction Responsible for the activities, Bioorga-
nic & Medicinal Chemistry 10: 1057—1062.

Zhang,J, Wang, G, Li, H, Zhuang, C., Mizuno, T., Ito, H, Mayu-
zumi, H.,, Okamoto, H., Li, J. (1994): Antitumor Active Protein-containing
Glycans from the Chinese Mushroom Songshan Lingzhi, Ganoderma tsugae Myce-
lium, Biosci. Biotech. Biochem., 58 (7): 1202—1205.

225



YTULIAJ EKCTPAKATA M30JIOBAHUX U3 I'bUBE
GANODERMA LUCIDUM HA HEKE MUKPOOPTAHU3ME

Anwnta Kiayc, Muomup Hukinh
TMomwonpuspenHu dakyarer, YHusepaurer y beorpany,
Hemamuna 6, 11080 beorpam, Cpowuja

Pesume

Ganoderma lucidum (Leyss.: Fr.) Karst je jenHa oI HajBaXKHUjUX TpaiULIMOHAJI-
HUX KMHECKUX TybuBa. [IpeMa nmucanum momammma ctapum Buiie ox 2000 romuHa Ko-
puctu ce Ha JlaJekoM MCTOKY Kao 3apaBa XpaHa M JIEKOBUTA TJbMBa. JemaH on BpJO
MHTEpECaHTHUX acriekaTta Kopuiithewa ribuBe Ganoderma lucidum je m ymorpeba oBe
[JbMBE KaO0 aHTUMMKPOOHOI CpPEICTBa, 3axBabyjyNu M30JI0BAHMM EKCTpaKTMMa KOju
cajpike 0AaKTEpUOJIUTUYKE €H3MMeE, JIM303UMe U Kucesie mporease. EdekTu oBux ekc-
TpakaTa 3aBHCE O] HMXOBOI cacTaBa, HauMHA eKCTpakKluje ¥ mpeuyuinhaBama. buoak-
TUBHE KOMITIOHEHTE M30JI0BAaHE U3 HEKOJIMKO cojeBa ribuBe Ganoderma lucidum moka-
3ajie Cy pasnInunTe e(eKTe Ha MCIUTUBAHE MMKpPOOpraHu3Mme. Y HEeKUM CydajeBuMa
YTUIIQ] eKcTpakaTa je OMO BpJIO MHTEH3MBAH, MHXUOMIIYhU MWW CTUMYIuIIyhu, AOK
HEKM OJI IbMX HUCY MOKa3aJM HUKaKaB yTUIAj HA MCIIUTUBAHE MUKPOOPTaHU3Me.
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ABILITY OF PLEUROTUS ERYNGII MYCELIUM TO
ABSORB SELENIUM DEPENDING ON THE SELENIUM
SOURCE AND CONCENTRATION IN MEDIUM

ABSTRACT: The aim of our research was to investigate the influence of three diffe-
rent inorganic Se sources, added to the synthetic medium, on the Pleurotus eryngii myce-
lium ability to absorb and retain this microelement. All investigated P. eryngii strains were
good Se absorbers from the media enriched with all studied Se sources. Strain HAI 711,
which was cultivated in the Na,SeOy-enriched medium at Se concentration of 1.0 and 1.3
mgl—1, respectively, showed extraordinarily high Se concentrations in the mycelium (725
ugg—! of dry weight and 575 pgg—! of dry weight, respectively).

KEY WORDS: Pleurotus eryngii, mycelium, selenium absorption

INTRODUCTION

Pleurotus eryngii (DC.: Fr.) Quél is economically highly praised species
due to its nutritional and medicinal value. This species has: anti-hypertensive
effect, because of low sodium and great potassium concentration; antioxidant
effect, because of the presence of phenolic compounds; anti-hypercholesterolic
effect, due to a significant amount of dietary fibers, f-glucans, chitin, and chi-
tosan; anti-hyperglycemic, immunomodulating, antitumor, antibacterial, antivi-
ral, antifungal, antiinflammatory, and antiosteoporotic effects M anzi et al,
1999; 2004; Manzi and Pizzoferrato, 2000). Although selenium (Se)
is not an essential microelement for yeast and plants (Flohé et al., 2000), it
plays an essential nutritional role in some animals and humans. Se is an inte-
gral component of several enzymes, selenoprotein P and W, albumin, and
so-called 15 kDa selenoprotein and selenoprotein N, whose functions are still
elusive (Birringer et al., 2002). In accordance with the roles of Se depen-
dent-enzymes and proteins, that trace element is antioxidant and an antimuta-
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genic agent, which prevents the malignant transformation of normal cells and
the activation of oncogenes (Stapleton, 2000).

Pleurotus species have the ability to absorb this microelement from me-
dium and may present an excellent dietary Se source (Staji¢ et al., 2002;
Duleti¢-LausSevic et al., 2005).

The aim of this research was to investigate the influence of three different
inorganic Se sources, added to the medium in different concentrations, on the
mycelium ability to absorb it.

MATERIALS AND METHODS
The investigated P. eryngii strains and their origin are presented in Table
1. These cultures were obtained from the culture collection of the Institute of
Evolution, University of Haifa (HAI), Israel.

Tab. 1 — Investigated Pleurotus eryngii strains

Scientific name HAI number .. .
. . Origin of strains
of species of strains
193 Ukrainian SSR, Kherson region, Chaplinka
district, Askania-Nova, on Stipa sp.
201 Israel, Menahemya, on Ferula sp.
356 Israel, Gevaot Merar, near Gedera, on Ferula sp.

P. eryngii (DC.: Fr.)

Quél. var. eryngii 507 Cultivated strain, Hawaii, Nextlab
’ ’ 616 Israel, Tabor, on Ferula sp.
711 Israel, Tel Hazor, on Ferula sp.
716 Israel, Gilboa, on Ferula sp.
728 Israel, Lahav, on Ferula sp.
P. eryngii var. tingitanus 555 Israel, Sataf, on Ferula tingitana L.

Lewinsohn et al.

Selenium was used in the forms of sodium selenite (Na,SeO,), sodium se-
lenate (Na,SeO,), and selenium dioxide (SeO,), in the concentrations of 0.3
mgl—!, 0.7 mgl—!, 1.0 mgl—!, and 1.3 mgl—!. Synthetic medium of the follow-
ing composition: glucose, 10.0 gl—!'; NH,NO,, 2.0 gl-'; KH,PO,, 0.8 gl-1;
Na,HPO, x 7H,0, 0.75 gl—!; MgSO, x 7 H,0, 0.5 gl—!; yeast extract, 2.0 gl—!,
pH 6.0 (50 ml per flask), was inoculated and incubated at room temperature
(22 £ 2°C), on the rotary shaker at 180 rpm, for 28 days. The medium without
Se was used as the control. Three repetitions for each Se source and concen-
tration per strain were performed. After the cultivation period, mycelia were
filtrated and dried at 30°C during the night. For Se extraction, dry mycelia
were treated with: 70% of nitric acid, 70% of nitric acid + 70% of perchloric
acid (3:1), and 6 M HCI (37%), in a mineralizator at 120°C. Se concentrations
in mycelia were measured by graphite furnace Atomic Absorption Spectrome-
ter (VARIAN, Australia).
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RESULTS

Na,SeO, was a good Se source for the absorption by mycelium and in-
corporation of Se compounds in the cell, in all investigated P. eryngii strains
(Fig. 1).
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Fig. 1 — Se content in mycelia (ugg—! of dry weight) of investigated Pleurotus eryngii
strains cultivated in medium with Na,SeO3 as Se source
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Fig. 2 — Se content in mycelia (ugg—! of dry weight) of investigated Pleurotus eryngii
strains cultivated in medium with Na,SeO, as Se source
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Among the investigated strains of P. eryngii var. eryngii, tWo groups
were distinguished according to their ability to absorb Se from Na,SeO,-en-
riched medium, and to retain it. Strains HAI 201 and HAI 507 fit into the first
group, where Se content in the mycelium decreased, compared to the control,
at the Se concentration of 0.3 mgl—!, while in the presence of higher Se con-
centrations in the medium, mycelium content increased. In the second group,
other investigated P. eryngii var. eryngii strains showed more or less increase
in Se concentration in the mycelium with its addition to the medium. Strain
HAI 711, which was cultivated in the Se-enriched medium with 1.0 and 1.3
mgl—!, respectively, showed extraordinarily high Se concentrations in the my-
celium (725 pugg—' of dry weight and 575 pgg—! of dry weight, respectively).
However, in P. eryngii var. tingitanus HAI 555, it was not noted only a de-
crease in Se concentration in the mycelium, compared to the control, but also
its absence when it was present in the medium at the concentration of 0.7
mgl—! (Fig. 2).

Se0,, as well as Na,SeO,, were shown as good sources for Se absorption
and retention by mycelia of P. eryngii strains. All investigated P. eryngii var.
eryngii strains, as well as P. eryngii var. tingitanus, easily absorbed Se from
medium, when it was present at the concentration of 1.3 mgl—!, except strain
HAI 201 where the highest concentration of absorbed Se was at its medium
concentration of 0.7 mgl—! (Fig. 3).
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Fig. 3 — Se content in mycelia (ugg—! of dry weight) of investigated Pleurotus eryngii
strains cultivated in medium with SeO, as Se source
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DISCUSSION

The obtained results showed that all the investigated P. eryngii strains
were good Se absorbers from the medium enriched with all studied Se sources.
However, the strains had different abilities to absorb and retain Se in the
mycelium, and some of them had lower Se concentration in mycelium growing
in Se-enriched medium, than in the control one. These may be explained by
the following facts:

— the increased Se concentration in the control could be explained by
using the wort agar medium for preserving the P. eryngii cultures, concerning
that wort itself is rich in Se, containing between 0.24 and 0.66 mg/kg of dry
weight, depending on the Se concentration in soil (Mihailovié, 1996);

— all organisms can assimilate selenites and selenides, while only terre-
strial plants and bacteria can assimilate selenates (Birringer et al., 2002);

— the absorption of Na,SeO, from aquatic environments is a passive
process distinguished from the absorption of Na,SeO, (Barceloux, 1999);

— the resorption of Se from selenites is 3 times higher than from selena-
tes (Butler and Peterson, 1967);

— for the Se incorporation into selenoproteins, it needs the absorbed se-
lenites or selenates to be reduced to the selenide form. As distinguished from
selenates, which are reduced to selenites, firstly in presence of ATP sulfury-
lase, selenites are readily reduced to selenide by flavine-dependent disulfide
reductases (Birringer et al.,, 2002). SeO, in the presence of H,O gives se-
lenious acid, which with 4 molecules of glutathione, and by releasing 3 mole-
cules of H,O, gives selenoglutathione which is reduced to selenide (Spall-
holz, 1994). The obtained selenide will go either into biosynthesis of sele-
nocysteine which will be incorporated into selenoproteins, or into methylation
to methaneselenol or dimethyl selenide which lead to excretion or volatiliza-
tion of Se (Combs and Gray, 1998). On the other hand, both synthesized
selenoproteins are degraded after a certain period of time, and selenocysteine
may go into one of three metabolic pathways (Rooseboom et al., 2001):
(i) oxidative deamination, which products are NH,, pyruvate, and HSeO; —
that may oxidize to selenate; (ii) B elimination, which products are selenol,
pyruvate, and NH;; (iii) selenoxidation, which products are selenious acid and
2 — aminoacrylic acid that hydrolyse into pyruvate and NH,.

Unfortunately, knowledge on Se metabolism in fungi is limited, because
investigations have only been done with yeasts. The literature data about Se
form in filamentous fungi is lacking. In the previous studies of yeast grown in
Se-enriched medium, it was reported that yeast contained 15.7% of elemental
Se, 5.5% of inorganic, and 76.8% of organic Se (Zivkovi¢, 1989).

Shamberger (1985) studied the effects of sodium selenite, sodium
selenide, and sodium selenate on suppressing spontaneous mutagenesis at ly-
sine and histidine locus in yeast. Contrary to selenite and selenide, which com-
pletely suppressed mutagenesis, selenate inhibited mutagenesis only at the ly-
sine locus, which needed lower quantities of selenite and selenide than the hi-
stidine locus mutagenesis. Do these results show that yeast has a lower ability
to use selenate than selenide and selenite from media?
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Capacity of Se absorption by mycelium, also depends on medium where
it was grown. This was shown by previous experiments with P. ostreatus HAI
387 (Stajic¢ et al., 2002) and Ganoderma lucidum (Duleti¢-LauSe-
vicé et al.,, 2005). Se content in mycelium of both investigated species was
significantly higher at their cultivation in potato-dextrose Se-enriched medium
with Na,SeO,, than in malt medium, and especially in synthetic medium with
the same Se source. Potato-dextrose medium was also better for production of
mycelial biomass, compared to the synthetic medium.

Results obtained here set new goals for further investigations: Se metabo-
lite pathways in higher Basidiomycetes, the forms of absorbed Se in myce-
lium, as well as finding the best cultivation medium, and Se source for its ab-
sorption and incorporation of the organic Se compounds in the cell.
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Pe3ume

[l1ub ucTpakuBama je 0Mo MpoyvyaBame yTullaja TpY pa3inyuTa HeopraHcka u3-
BOpa ceJieHa JojaTa y CMHTETUYKY XPaHJbMBY TOJUIOTY Ha CIOCOOHOCT mulenuje P.
eryngii na aricopOyje M 3aapkaBa oBaj MHUKpoeiaeMmeHT. CBU mpoyyaBaHu P. eryngii
M30JIaTU Cy JOOpO yCBajajau ceJieH U3 Ioajiore oboraheHe ogabpaHuM M3BOpUMa Cejie-
Ha. Coj HAI 711 koju je 6uo kyaruBucaH y Na,SeO, — oboraheHoj moaao3u mpu
KOHIIeHTpauuju ceneHa ox 1.0 omHocHOo 1.3. mgl-! uMao je M3y3eTHO BUCOKY KOHIICH-
Tpauujy ceneHa y muuenuju (725 ugg! cyBe mMace onHocHo 575 pgg! cyBe mace).
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MORPHO-PHYSIOLOGICAL CHARACTERISTICS
AND INTERACTIONS OF ISOLATES OF
MYCOGONE PERNICIOSA (MAGNUS) DELACR.

ABSTRACT: Mycogone perniciosa (Magnus) Delacr., which causes wet bubble di-
sease of Agaricus bisporus Lange (Imb), results in a considerable crop loss on mushroom
farms in Serbia. The isolation and identification of five isolates of M. perniciosa from di-
seased fruit bodies of white button mushroom from mushroom units in Serbia, Bosnia and
Herzegovina and Holland were made. Morpho-physiological characteristics and inter-rela-
tionships of the obtained isolates were studied. Macroscopic and microscopic investigations
of different zones between colonies of the isolates of M. perniciosa revealed the phenome-
non of the hyphal interference between different isolates. The obtained results suggest that
hyphal interference could serve as an additional parametar for a more reliable determination
of fungal specifity.
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INTRODUCTION

Wet Bubble Disease, caused by mycopathogen Mycogone perniciosa (Mag-
nus) Delacr., is still considered as one of the most important diseases of the
cultivated mushrooms Agaricus bisporus Lange (Imb), wherever white button
mushroom are produced commercially (Sisto et al., 1997, Sharma and
Kumar 2000, Bora and Ozaktan 2000, Nanagulyan and Ye-
sayan 2002). Mushroom cultivation in Serbia is still less developed than in
other countries, and M. perniciosa has a significant influence on quality and
yield of mushrooms. Mycogone perniciosa produces small thin-walled phialo-
conidia on Verticillium-like conidiophores, together with much larger bicellular
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conidia (aleuriospores) that develop on short, lateral hyphae, consisting of
dark, spherical thick-walled, verrucose apical cell and thin-walled basal cell.
Besides vegetative mycelium, both phialospores and aleuriospores of M. perni-
ciosa are infectious (Holland and Cooke 1990). Studies of the M. per-
niciosa isolates directed toward the distinction of different isolates, is of great
importance from both theorethical and practical point of view. This fungi is
known by extremly high mycopathogenic potencial and frequently attacks
crops of white button mushroom, a common edible mushroom with major eco-
nomic value and a cosmopolitan distribution (Kerrigan, 1995).

According to Webster (1970) hyphal interference can be of great sig-
nificance if the hypotheses that it represents the most obvious and most clear
form of interspecific competition, and that it could serve as an additional para-
metar for determination of different isolates of M. perniciosa, are true.

In this study, we examined the morpho-physiological characteristics and
inter-relationships of the obtained M. perniciosa isolates.

MATERIALS AND METHODS

Samples of diseased mushrooms were collected from mushroom farms in
Serbia, Bosnia and Hercegovina and Holland. Pure culture of the M. pernicio-
sa was isolated from A. bisporus in the Mycological Laboratory, Institute for
Biological Research “SiniSa Stankovi¢”. Fungal isolates used in this work were
as follows: MPS from mushroom farms in Bosnia and Herzegovina (Sarajevo);
2 from mushroom farms in Serbia: MPPS (Padinska Skela) and MPR (Ripanj)
and 2 (MPH1 and MPH2) from the Mushroom Experimental Station, Wage-
ningen, Holland. The isolates were maintained on potato dextrose agar (PDA).
The cultures were stored at 4°C and subcultured once a month (Booth
1971).

Morpho-physiological characteristics of the isolates were recorded on the
colony, grown on Petri plates with PDA medium, during 10 days, at 25°C.
Colony characteristics and growth measurements were made daily. Hyphae,
phialoconidia and aleuriospores were placed on microscopic slides and stained
with Lactophenol cotton blue (Johansen, 1940). Measurements (at least 30
of each spore type) and photographs were made on Reichert microscope with
Canon power Shot S40.

Different combinations each consisting of three fungal isolates, were ino-
culated in Petri plates containing PDA medium. The three isolates were inocu-
lated equi-distant from the others in all possible combinations in the same Pe-
tri plates. The cultures grown under laboratory conditions (day light, at 25°C)
were examined after 5 and 10 days of age.

RESULTS AND DISCUSSION

Colony characteristics of all isolates varied (Table 1). The colonies were
very regular in growth with either dense aerial mycelium MPH2, MPPS and
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MPR, or sparse MPHI1. Only MPS isolate had colony, which grew in sectors
compact and aerial, irregular in growth. Colony colour, which to some extent
indicates the production of aleuriospores, varied from white MPS to dark
brown MPPS (Table 1).

Tab. 1 — Some morphological characteristics of isolates of Mycogone perniciosa

Hyphae Aleuriospores Upper cell

Colony . Phyalospores (max-min, mostly)
. . max-min .
Isolates Colony tipe size max-min Lower cell
(mm) mostly mostly (um) (max-min mostly)
(um) (um)
white, growth in 12x16—22x24
sectors, compact and 4—8 2x6—6x18 (18x20)
MPS  erial mycelium, T3XT6xT7 "¢ 2x12 6x10—10x18
irregular growth (10x14)
dark brown, with 3755 3T5x1250 — 15"17’(5108_7;1(’225)"23’75
MPPS  white edge, aerial 68x69x68 ’3 75 5x18,75 750x11 2’5 13.75x15
mycelium ’ 3,75x12,50 RURE o072, 1IX
’ ’ (10x13,75)
light brown, with 5505 375x7.50 — 12’50(’&7555?(2_12%5"25
MPR  white edge, aerial 70x50x76 3,75x11,25 ’ ’
. 3,75 7,50x10—12,50x13,75
mycelium 3,75x12,50 (12.50x12.50)
12,50x13,75—22,50x22,50
. 2,50x7,50 — 7 ’ ’ ’
MPH1 whlte,. supstrate 74x70x74 2,50—5 2.50x13.75 (20x20)
mycelium 3,75 2'50x11.25 6,25x6,25—15x17,50
’ ’ (10x10)
amber brown, with 2s0_s 250x7.50 — XA 22
MPH2 white edge, aerial 80x80x79 ’3 75 3,75x14 6.25x8 75’_12 5%17.50
mycelium i 3,75x12,50 i 4 ) i

(8,25x11,25)

Growth rates and sizes of the colonies of all isolates were similar (Table
1). All isolates produced both phialospores and aleuriospores. The most inten-
sive sporulation was detected in MPPS and MPR, then in MPH2, and the
lowest intensity was in MPS and MPHI. Phialospores size varied within the
range 2x12 um (MPS) — 5x18,75 um (MPPS). Aleuriospores varied within
the range 23,75 x 25 um (MPR) to 12,50 x 13,75 um (MPH1) for the upper
cell, and 10 x 18 um (MPS) to 6,25 x 6,25 um (MPH1) for the lower cell
(Table 1). Our isolates of M. perniciosa came from mushroom farms from Ser-
bia, Bosnia and Herzegovina and Holland but differences between them were
not so obvious when compared to the other literature data (Gray and Mor-
gan-Jones, 1980; Umar et al, 2000; Sharma and Kumar, 2000
and Potoc¢nik, 2006). In contrast to the data of Smith (1924), Atkins
and La Touche (1948), Hsu and Han (1981) and Fletcher et al.
(1995) which reported two-cell phialospores, we could not find this form in
our isolates.

Albouy and Lapierre (1972) and Fletcher et al. (1995) found
that some pathogenic strains of M. perniciosa, which were slow-growing on
agar, were highly pigmented and produced numerous aleuriospores. Other
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were weakly pathogenic, producing much vegetative growth and little pigmen-
tation. The slow-growing forms were found to contain numerous virus like
particles.

We observed interactions between all tested isolates after 10 days. There
were several types of interaction: detaining of growth at the site of contact
without visible changes, overgrowth of mycelium of one isolate and demarca-
tion lines between the isolates (Table 2). According to the morpho-physiologi-
cal characteristics and hyphal interferences of five M. perniciosa isolates, the
isolates from Serbia were similar; the isolates from Holand showed mutually
similar characteristics, but they were different from the isolates from Serbia.
Isolate from Bosnia and Herzegovina was different from these two groups
(Figure 1—4).

Tab. 2 — Interactions appearing between colonies of isolates of Mycogone perniciosa

Izolat MPH2 MPH1 MPR MPPS MPS
detaining of . . detaining of
MPS growth at the overgrovyth .demarcatlon demgrcatlon growth at the
2 of mycelium  line 4—5 mm line 2
site of contact site of contact
detaining of detaining of demarcation demarcation
MPPS growth at the  growth at the . .
> > line line
site of contact site of contact
detaining of overerowth detaining of
MPR growth at the of mgcelium growth at the
site of contact y site of contact
MPH1 overgrovyth of overgrovyth
mycelium of mycelium
detaining of
MPH2 growth at the

site of contact

Earlier investigations of hyphal interference phenomenon on other fungal
species showed different interspecies interaction. As demonstrated previously
(Frani¢-Mihajlovi¢ etal., 1996), the isolates of Diaporthe/Phomopsis
known for their extremely phytopathogenic potential, showed different reac-
tions during the investigation of hyphal interference. Demarcation lines were
formed between the isolates which originated from one plant. Formation of the
lines between the colonies of the same morphological group of isolates was
named as inter-species antagonism by Brayford (1990 a, b). Phenomenon
of demarcation line formation results from the incompatibility between geneti-
cally different colonies. On the basis of comparison of interactions between
the different isolates M. perniciosa, we can conclude that these belong to dif-
ferent groups. Genetical difference between these isolates based on molecu-
lar-genetic characteristics (Glamo ¢11ija, 2006), supports such a conclusion.
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Fig. 1—4 — Types of interactions between isolates of M. perniciosa: 1. anastomosis
(arrows) of hyphae MPH1 and MPS; 2. overgrowth of MPH1 and MPH2 with exudation;
3. demarcation line between MPR and MPS; 4. anastomosis of hyphae MPH1 and MPR
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MOP®O-OU3NOJIOIIKE KAPAKTEPUCTUKE U MHTEPAKLIMJE
N30JIATA MYCOGONE PERNICIOSA (MAGNUS) DELACR.

Jacmuua M. I'mamounmja!, Mapuna . Cokosuh!,
Mwunmunia B. JbamseBuh-I'pouh?, Jemena b. BykojeBuhi?,
HMBanka M. Muneukosuh?, JI. J. JI. [I. Ban I'pueHcBen?
I MuctutyT 3a Ouosolika uctpaxkupamwa ,,CuHuina CraHkoBuh”,

bynesap mecriora Credana 142, beorpam, Cpbuja
2 MHcTUTyT 3a GoTaHMKY, Buonomku ¢akynter,

VYuusepsuteT y beorpamy TakoBcka 43, beorpam, Cpbuja

3 Plant Research International, Wagenningen University, The Netherlands

Pesume

Mycogone perniciosa (Magnus) Delacr., u3zazuBay 000/beHa MOKpE TPYJIEHKHU,
Hajuelrny je y3pouHUK ryouTaka y rajunumruma Agaricus bisporus Lange (Imb) y Cp-
ouju. U3BpuieHa je usonanuja u uaeHTudukauuja 5 uzonara M. perniciosa ca 00oJe-
JINX IUIOOOHOCHMX Teja IIaMIIMiboHa U3 rajunuimra y Cpouju, bocHu n XepueroBuHu
u Xonauauju. McnutubaHe cy Mopdo-du3nosolike KapakTepUCTUKe Kao M CTereH
CPOIHOCTH MpOYYaBaHUX M30J1aTa Ha OCHOBY aHaiM3e MeljycOOHOT JeoBabha KOJIOHM-
ja, omHocHo kopuinheweM deHomeHa xudanHe uHTepdepeHurje. MakpocKorncka u
MHKPOCKOIICKAa MCTpakMBarba OJHOCA M30JIaTa M TOOMjeHM pe3yaTaTH yKa3yjy da Xu-
(basiHa mHTepdepeHLMja MOXKE NPENCTaBbAaTH NOJATHW IapaMmerap y pPasJIMKOBamby
uzonata M. perniciosa. 3onatu nobujeHu u3 rajunuiuta y Cpbuju civyHu cy mehy-
coOHO, Kao U M30jaTu U3 XoJaHOuje KOju Cy MoKazaiu Mel)yCoOHYy CIMYHOCT ajlu ce
pasnukyjy on nperxonHux. M3onatu n3 bocHe u XepleroBuHe pasjiuKoBaJId Cy c€ U
OJl CPIICKUX W O] XOJaHACKUX.
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CHARACTERISTICS OF LOCAL PULMONARY
RESPONSE FOLLOWING INTRANASAL APPLICATION
OF ASPERGILLUS FUMIGATUS CONIDIA

ABSTRACT: In this study, histopathology of local pulmonary response following in-
tranasal inoculation of different doses of Aspergillus fumigatus conidia in laboratory rats
was evaluated. Development of response was evaluated on days seven and twenty one,
following conidia inoculation by cell infiltration and by presence of A. fumigatus conidia in
homogenates of lung tissue. Total and differential peripheral blood leukocyte counts and
state of leukocyte adhesion/aggregation were monitored to estimate the presence of systemic
response in infected individuals. Mycological examination revealed the presence of conidia
in lung tissue homogenates of infected animals, with high number of non-germinating spo-
res on day twenty one, following the inoculation of lower conidia dose. Histopathological
examination revealed the presence of lymphocytes perivascularly and in vascular lumen in
the lungs. Presented data demonstrate pulmonary immune response following A. fumigatus
conidia administration.

KEY WORDS: Aspergillus fumigatus, histopatology, laboratory rats, lung homogena-
tes, lungs, lymphocytes

INTRODUCTION

The genus Aspergillus includes more than 200 species, which are abun-
dant in every region in the world. Aspergillus can be differentiated from other
fungi by the presence of thin, parallel walls, dichotomous branching, septate
hyphae, and characteristic conidiophores. The most species of Aspergillus
cause infections/diseases (aspergilloses), but 90% of aspergillosis are caused
by opportunistic fungi Aspergillus fumigatus (Latge, J. P., 1999). A. fumiga-
tus has conidia 2—3 mm in diameter which enter the respiratory tract by inha-
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lation and reach distal alveoli (the lungs are the most common site of infec-
tion).

Pulmonary aspergillosis is the most common and involves allergic bron-
chopulmonary aspergillosis, aspergilloma and invasive pulmonary aspergillosis
(Shibuya, K. et al., 2004). As manifestations of the infection depend on
host’s immune response, the increase in numbers of immunocompromised and
susceptible hosts fueled interest in aspergillosis. The interaction between weak-
ened defense mechanisms and pathogenic conidia of A. fumigatus cause pul-
monary lesions. A. fumigatus is not pathogenic in immunocompetent indivi-
duals, where innate immunity is considered as the main defense against this
fungus (Romani, L., 2004).

In almost all investigations of A. fumigatus infections and aspergillosis,
immunocompromised/immune suppressed animals were used. The aim of this
study is to get the initial data about local host lung immune response in a mo-
del of experimental pulmonary infection in apparently healthy, immunocompe-
tent rats. With this aim, local pulmonary response to intranasal inoculation of
A. fumigatus conidia was evaluated by histological evaluation and by determi-
ning the number of germinating spores in lung tissue homogenates. The state
of peripheral blood leukocytes was evaluated to monitor the presence of syste-
mic response.

MATERIALS AND METODS

Conventionally housed Dark Agouti (DA) male rats, bred at the Institute
for Biological Research “SiniSa Stankovi¢” were used. Animal treatment has
been carried out in adherence with the Ethical Comittee of Institute for Biolo-
gical Research “SiniSa Stankovié”.

Human isolate A. fumigatus Fresenius (Institute of Public Health of Ser-
bia “Dr Milan Jovanovi¢ Batut”) was subcultured on standard mycology slant.
Inoculum was prepared by flooding the surface of agar slants with sterile
0,85% of NaCl/0,1% of Tween 80. The suspension containing 10° and 107 co-
nidia was applied intranasally, which reflects the natural route of Aspergillus
infection in humans. The animals were assigned to two groups and sacrificed
on days 7 and 21, following the inoculation.

Blood was collected (in citrate buffer 1:5 as anticoagulant) for counting
peripheral blood leukocytes and leukocyte adhesion/aggregation assay (LAA).
Cell counts were performed by differentiating 500 cells from blood smears
stained with May-Griinwald-Giemsa.

Following exsanguination lung lobes were removed. One of the lobes was
fixed in 4% of buffered formaline (pH 6.9), embedded in paraffin and 5Smm
sections were stained with hematoxylin and eosin for histopathological exa-
mination. The other was homogenized (in 1ml PBS/PMSF) in order to check
the presence of Aspergillus by standard mycological identification method (Sa-
bouraud Maltose Agar, SMA, medium) and micromycete identification. Homo-
genates were prepared in PBS (1:1 and 1:2) and seeded on solid (SMA) and
liquid medium for quantitation of germinating and non-germinating spores.
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Statistical evaluation of the data was performed using the Student’s z-test.
P values less than 0.05 were considered significant.

RESULTS

In this study, histological data revealed the presence of local pulmonary
response 7 days after the inoculation at both doses: predominance of lympho-
cytes perivascularly and in vascular lumen with increased bronchial secretion
and tickened intersticium. No histologically evident changes were noted 21
days following the inoculation. Histopathological changes in lungs were pre-
sented in Figure 1.

Fig. 1 — Histological picture of lungs from rats following application of 107 spores of
A. fumigatus (A) and healthy (immunocompetent) animal (B)

Application of A. fumigatus led to increased, but not statistically signifi-
cant dose dependent on peripheral blood leukocyte activity (adhesion and ag-
gregation) 7 days following the inoculation. No such changes were noted on
day 21 following the infection. There were no differences in total and differen-
tial peripheral blood leukocyte numbers between the control and the inoculated
animals.

Mycological evaluation of lung homogenates documented the presence of
both germinating and non-germinating spores of A. fumigatus in all rats,
excluding the controls. On day seven, significant number of non-germinating
spores was noted at both applied doses of conidia (Figure 2). On day 21, num-
bers of non-germinating conidia increased further in group of animals which
received 10¢ conidia, while rise in germinating spores was noted in individuals
challenged with 107 conidia.
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Fig. 2 — Number of spores in lung homogenates on Sabouraud Maltose Agar medium 7
and 21 days following A. fumigatus inoculation

DISCUSSION

The increased number of non-germinating spores, on day seven, in lung
homogenates at both conidia doses, and on day 21 at lower dose, could be
explained by the presence of lymphocytes in cell infiltrate in lungs and their
activity in situ. The presence of increased number of germinating conidia at
higher dose on day 21 reflects, presumably, the capacity of small fraction of
spores to germinate later in lung microenvironment. Investigation of possibility
to over-ride local immune mechanisms deserves future attention.

Although no quantitative changes were noted in peripheral blood leu-
kocytes, qualitative changes were noted. Increased state of leukocyte aggrega-
tion/adhesion (LAA) suggest that local leukocyte lung response was accompa-
nied by systemic response as well.

CONCLUSION
The presented data demonstrated histologically evident lung immune re-
sponse following intranasal A. fumigatus conidia inoculation. This response is

a possible mechanism of decreased numbers of germinating conidia at lower
applied conidia dose.
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Pesume

Aspergillus fumigatus je OTIOPTYHUCTUYKA TJbMBa Koja Hajuenihe m1oBOaW 10 TMyJ-
MOHApHUX acTlepruyio3a KoJ MMYHOKOMITIPOMUTOBAHUX OpraHu3ama. ¥ OBOM pajay Cy
MpUKa3aHW pe3yJTaTh MCTpakKuBatba M3a3uBarba MH(EKLMje acTiepruIycoM Ko maio-
Ba. Y uMiby noOujarba momataka o NMPUCYCTBY M KapaKTepUCTUMKaMma JIOKaJTHOT MHJIa-
MaTopHOr oArosopa y ruyhuma ozapeheH je nudepeHunjaaiHu cactaB JIEYKOLUTA MEPU-
(bepHEe KpBU U TeCTUpaHa je HHUXOBA aKTUBHOCT, M3BPIIEHU CY XMCTOMATOJIOIIKUA Mpe-
ien riayha v mposepa npucycTBa crniopa A. fumigatus y xomoreHatuma rutyha. Ham
Mojiali Cy TOKa3aiu MPUCYCTBO JIOKAIHOT OJroBopa y rmjiyhuma mnocie 7 naHa, JOK
rnojamny gooujeHu rmocie 21 maH He MoKa3yjy 3HayajHe pas3jiuKe Y OMHOCY Ha KOHTPOJ-
Hy rpyny. [loBehanu 6poj Hekaujajyhux cropa y xomoreHaTy riyha ceaMor maHa Ha-
KOH HHOKYJIallMje MOXKe Ja ce 00jaCHM IPUCYCTBOM JUMQOLIMTHOT MHUITpaTa y
miayhuMa u aktuBHolrthy aumdorniuta in situ. [Toehan 6poj knujajyhux crnopa 21. na-
Ha HAKOH MHOKYyJallije MO)Ke na Oyae Iocjeanliia KaramurTeTa Major Opoja IpeocTa-
JIUX Cropa J1a KJIujajy.

247






36opuuk Matuue cprncke 3a npuponHe Hayke / Proc. Nat. Sci., Matica Srpska Novi Sad,
Ne 113, 249—254, 2007

UDC 599.323.4:616.5-002.828

Marina D. Sokovicé'* Jasmina M. Glamoclija',
Petar D. Marin*>, Dejan D. Brkid,

Jelena B. Vukojevic®, Dragutin Jovanovid,
Nina Bulajic¢*, Dragan S. Kataranovski

I Institute for Biological Research, “SiniSa Stankovic”,
Bulevar despota Stefana 142, Belgrade, Serbia
2 Institute of Botany, Faculty of Biology, Belgrade University,
Takovska 43, Belgrade Serbia
Johnson & Johnson S.E., Bulevar Mihajla Pupina 10B/1, Belgrade, Serbia
4 Center for Preventive Medicine, Military Medical Academy,
Crnotravska 11, Belgrade, Serbia
Author for correspodence

w

*

EXPERIMENTALLY INDUCED DERMATOMYCOSES
AT RATS AND TREATMENT WITH
LAVANDULA ANGUSTIFOLIA ESSENTIAL OIL

ABSTRACT: The in vivo evaluation of antifungal activity of the Lavandula angusti-
folia essential oil was made on two-month old male Wistar rats. We examined the therape-
utic potency against experimentally induced dermatomycoses in rats, using the most fre-
quent dermatomycetes, Trichophyton mentagrophytes. The therapeutic efficacy of 1% solu-
tion of essential oil as well as commercial preparation-bifonazole, was evaluated. During
the 13-day observation period the oil-treated animals were cured completely.

KEY WORDS: essential oil, Lavandula angustifolia, Dermatomycetes, antufungal
activity

INTRODUCTION

During the past several years numerous antifungal agents have been for-
mulated and evaluated for use in the management of fungal infections (Ry an,
1994). The emerging resistance of microorganisms to some synthetic antibio-
tics makes it necessary to continue the search for new antimicrobial substan-
ces. With the increasing acceptance of traditional medicine as an alternative
form of health care, the searching for active compounds in medicinal plants
became very important. Human infection diseases have been markedly increa-
sing during the past ten years, especially in immunocompromised patients.
Consequently, as high as 10% percent of hospital acquired systemic infections
are caused by fungi.
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The increasing resistance of human pathogens to current commercial
drugs is a serious medical problem, and has resulted in the need for novel anti-
microbial agents.

Natural products derived from plants have traditionally been used in
ethnomedicine. In Western medicine, substances derived from higher plants
constitute ca. 25% of prescribed medicines and 74% of the 121 bioactive
plant-derived compounds currently in worldwide use, which were identified
via research based on leads from ethnomedicine (Sokmen et al., 1999). Re-
cent researches showed that higher plants may serve as promising sources of
novel antimycotics with no side effects on human and animals (Clark and
Hufford, 1993). Essential oils play a great role in these investigations. Stu-
dies over the last hundred years have demonstrated the antimicrobial properties
of several common spice oils (Bullerman et al., 1977). Maruzzela
and Balter (1959) found that 100 essential oils out of 119 spice oils, tested,
possessed an antagonist effect an at least one of 12 pathogenic fungi, and 50
of these samples showed a wide spectrum of activities against all fungi tested.

The purpose of this study was to investigate Lavandula angustifolia es-
sential oil for potential antifungal activity. The selection of the plant for evalu-
ation was based on traditional use of this plant in treatment of various infec-
tion diseases (Janci¢ et al., 1995; Kovacevidé, 2000).

MATERIAL AND METHODS
Plant material

Lavandula angustifolia was collected during May in 1999 at the fields of
the Institute for Medicinal Plant Research in Pancevo, Belgrade, Serbia. Vou-
cher specimens (No. 04071970 and 25072) were deposited in the Herbarium of
Institute of Botany and Botanical Garden “Jevremovac”, University of Bel-
grade.

Isolation of essential oils

Composition of essential oils was investigated using analytical GC/FID
and GC/MS techniques. For this purpose, HP 5890 series II gas chromato-
graph, equipped with split-splitless injector, fused silica capillary column (25
m x 0.32 mm), coated with cross-linked methyl silicone gum (0.5 um film
tickness), and FID was employed. Essential oil solutions in ethanol (1%) were
injected in split mode (1:30). Injector was heated at 250°C, FID at 300°C,
while column temperature was linearly programmed from 40—280°C (4°C/min).

GC/MS analysis was carried out on a HP-GCD, equipped with split-split-
less injector, fused silica capillary column (50 m x 0.2 mm) PONA, coated
with cross-linked methyl silicone gum (0.5 um film tickness) and mass selec-
tive detector. The chromatographic conditions were as above. Transfer line
(MSD) was heated at 280°C. EMS spectra (70 eV) were acquired in scan
mode in m/e range 40—300.
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The identification of individual constituents was carried out by compari-
son of their retention times with those of analytical standards, and by compu-
ter searching, matching the mass spectral data with those held in Wiley/NBS
library of mass spectra. For quantification purposes area percent reports obtai-
ned by FID were used.

Bioassays

Toxicology: in order to determine the non toxic concentration of the es-
sential oil investigated, we used male Wistar rats (17—24 g). 0.5 ml of pre-
pared stock solution of essential oil, and a component diluted in ethanol
(0.01—1% v/v) were injected intraperitoneal in male Wistar rats (Pharmaco-
pea Jugoslavica, 1984). The concentration which was not toxic for the animals
investigated, was used for further investigation.

Animals. Two-month-old male Wistar rats were maintained at 21°C, and
were allowed access to feed and water ad libitum.

In vivo Fungitoxicity Assay. The in vivo investigation of antifungal acti-
vity of Lavandula angustifolia essential oil was made according to Adam et
al., (1998). We used Trychophyton mentagrophytes as an infectious agent. The
organism was isolated from patients at the Center for Preventive Medicine,
MMA, Belgrade, Serbia.

The micromycetes were maintained on Sabouraud Dextrose Agar (SDA),
containing 40 g of glucose, 10 g of agar and 10 g of peptone in 1 1 of distil-
late H,O. The cultures were stored at +4°C, and subcultured once a month
(Booth, 1971).

On the back of each animal, the areas of 4 cm? were cleaned and depila-
ted. The infectious inoculum was prepared from a 7-day-old culture of Trycho-
phyton mentagrophytes. The inoculum was applied on the animals’ back im-
mediately after the depilation and left for 3 days. The establishment of active
infection was confirmed on the 4" day, by isolation of the pathogens from
skin scales cultured from infected loci on SDA plates, containing 100 units/ml
of penicillin and streptomycin. Infections were, also, confirmed by visual
examination of animals. In the animals in which active infections were confir-
med, treatment was initiated on the 5" day post inoculation and continued
until complete recovery from the infection was achieved. The ointments con-
tained 1% (v/v) of essential oil and component mixed in petroleum jelly. The
commercial fungicide, bifonazole, was used as a control. Animals were treated
once a day, and the infected areas were scored visually for inflammation and
scaling as, well as for the presence of the pathogens by cultivating skin scales
from infected loci in SDA plates containing 100 units/ml of penicillin and
streptomycin, each day.

RESULTS AND DISCUSSION

The qualitative and quantitative composition of the essential oils of La-
vandula angustifolia was presented in Table 1. The essential oil is characteri-
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zed with high content of linalool (27.21%) and linalool acetate (27.54%),
while limonene is presented with 8.5%.

Tab. 1 — Chemical composition of Lavandula angustifolia essential oil

Components % RI
tricyclene 0.04 301
a-thujene 0.58 307
o-pinene 0.19 319
p-cymene 0.25 471
limonene 8.50 481
1,8-cineole 3.34 485
cis-linalool oxide 2.44 574
camphenylon — 594
fenchon 0.59 605
linalool 27.21 632
endo-fenchol 0.09 664
camphor 1.07 734
borneol 2.51 789
terpine-4-ol 2.09 820
p-cimene-8-ol — 837
a-terpineol 4.30 852
myrtenal — 864
fenchyl acetate — 930
carvon — 984
linalool acetate 27.54 1023
bornyl acetate 0.06 1099
lavandulyl acetate 6.54 1111
trans-pinokarvyl acetate 0.16 1135
neryl acetate 2.02 1303
geranyl acetate 2.95 1352
B-selinene — 1608
8-cadinene — 1700
viridiphlorol — 1859
Total 97.47

* In elution order on DB-5 column (6)

The essential oil was tested for its potential toxicological activity in 0.1%
and 1% (v/v) solutions in ethanol and petroleum jelly, separately. There is no
toxicological activity for 0.1% solutions on the rats. However, in this work the
animals were treated topically, and according to the literature (Adam et al.,
1998), for further investigation 1% solutions were used.

The therapeutic efficacy of the ointments was evaluated daily by macro-
scopic examination of lesions, and by screening for the presence of the infec-
tions by culturing skin scales from the infected area. The lesions were treated
as cured only when the infected area was free of macroscopic lesions, and
when the cultures were negative.

First symptoms (small vesicles) at the rats inoculated with 7. menta-
grophytes were observed on the 5" day of the experiment, while, later (8"
day), these were exhibiting in bloody wounds, 20 mm in diameter. We started
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with the treatment on the 5% day of the experiment. On the 13" day of the tre-
atment with solution of L. angustifolia essential oil, the rats were completely
cured, there were no visually observed symptoms and the cultures were nega-
tive. Animals treated with the commercial drug, bifonazole, were cured after
15 days of treatment.

During the 13-day observation period the treated animals were cured
completely. It should be noted that in many cases macroscopic lesions disap-
peared long before the elimination of the infectious agent, indicating that long
treatment periods of application and evaluation are necessary (Adam et al,,
1998). It is normal because dermatomycetes infections typically resolve on
their own over a variable time period (18 months to 4 years) depending on the
immune response. Many of dermatomycetes rarely cause strong inflammatory
reactions, making it very difficult for the immune system to recognize and eli-
minate the fungus.

The animals treated with the commercial drug, bifonazole, were cured
after 15 days of treatment.

From the above results it can be concluded that essential oil of Lavandula
angustifolia has a good therapeutic and antifungal effect in vivo, and could re-
present possible alternative for the treatment of patients infected by derma-
tomycetes. Even more, because of the side effects of commercial fungicides
and possible resistance of pathogens to the synthetic mycotics, the preparation
with natural products has an advantage in the treatment of disseases caused by
fungi.
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Pesume

Wudekuyje bynu y3poKoBaHe IUbMBaMa Cy y 3HAaTHOM IIOpacTy y mocieamux 10
TOAMHA, TTOCEOHO KO MMYHOKOMITpOMUTOBaHMX NanujeHaTa. Yak 10% uHdekuuja Kox
XOCIMTAJIM30BaHUX MallMjeHaTa M3a3BaHo je mbuBama. C 003MpOM 1A je mojaBa pe3u-
CTeHLIMje Ha KoMepuujaiHe dyHTULIMIE yuyecTana, jaBjba ce MoTpeda 3a HOBUM ajTep-
HAaTUBHUM aHTU(YHraaHuM areHcuma. [IpupogHu npoayktu nobujajy cBe Behu 3Hauaj
y TpeTMaHy MH(MEKTUBHUX 000JbeHa 300T CBOI HETOKCMYHOI KapakTepa, BUCOKe Ouo-
IerpagfuOMIHOCTUA U euKacHOCTU. ETtapcka yba M30710BaHa U3 OWbaka ITOKa3yjy Beo-
Ma 100py aHTMMUKPOOHY aKTMBHOCT.

ExcniepuMeHTanHa gepMaroMuko3a kom Wistar maloBa y OBOM paay M3a3BaHa je
nepmaromutietoM Trichophyton mentagrophytes. IIpBU CUMIITOMU TOjaBWIM Cy CE Ha-
KOH 5 JlaHa ol MHOKyJauuje. TpeMTaH eTapckuM yibeM Bpcte Lavandula angustifolia,
1% pacTBOpOM TIOYEO je OIMax HAKOH TojaBe MpBUX cuMmToMa. [ToGosblmarme CUMII-
ToMa nmpuMeheHo je HaKOH JIBa JaHa TpeTMaHa, a rmocjie 13 maHa on Io4yeTka TpeTMaHa
JKUBOTHUIbE Cy Y MOTIYHOCTHM HU3jiedyeHe, Ha SDA momioraMa Huje OWJIo 3a0eerkeHOo
MpUCyCTBO maroreHa. budoHazon je moBeo mo0 m3nederba HaKOH 15 maHa TpeTMaHa.
Etapcko yme Lavandula angustifolia noka3ano je u3y3eTHO jak aHTU(YHTAJIHU MOTEH-
IMjal y TPETMaHy eKCTIepUMEHTATHO WHAYKOBaHE JepMaTOMMUKO3¢ KOI MaroBa, 00Jbe
O/ KOMEpIMjaTHOI MUKOTHKA, OudoHaszona, Koju je KopuilheH Kao MO3UTUMBHA KOH-
TpoJia.
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EXPERIMENTALLY INDUCED INVASIVE
ASPERGILLOSIS IN MICE

ABSTRACT: In this study systemic response to intravenous administration of Asper-
gillus fumigatus conidia was investigated. The intensity of response was evaluated by a sur-
vival rate and by histopathological tissue analysis. Administration of all doses (106 —
5x107) of Aspergillus fumigatus conidia caused mortality, but the highest mortality and the
shorter time of survival were noted at higher doses applied. At the highest applied dose, the
presence of spores and hyphae was noted in lungs and kidneys. Histological analysis revea-
led the presence of intense inflammatory reaction in lungs, kidneys and spleen. Functional
and histological changes observed provide means to study both mechanisms and drug inter-
ventions in systemic Aspergillus infection.

KEY WORDS: Aspergillus fumigatus, mice, systemic aspergillosis, urinary obstruction

INTRODUCTION

Species of genus Aspergillus are representatives of saprophytic filamento-
us fungi found in most environments. The most common species of Aspergil-
lus causing invasive diseases include A. fumigatus, A. flavus, A. niger, A. cla-
vatus, A. glaucans, A. nidulans, A. terreus and A. versicolor. Aspergillus sp. is
weak pathogen, but might cause a disease in an immunocompromised host.
Aspergillosis comprises a variety of infection, manifestation including invasive
aspergillosis, pulmonary aspergilloma and allergic bronchopulmonary aspergil-
losis (Denning, 1998). Diseases that cause A. fumigatus are very difficult to
diagnose, because the most diagnostic features are not specific, and patients
are usually asymptomatic.

Animal experimental models offer an approach for Aspergillus infection
studies. By using animal individuals, with defenses impaired by glucocorti-
coids, cyclophosphamide etc. (immunosupressed animals), valuable informa-
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tion concerning pathogenesis of Aspergillus infections was obtained. Studies
on immunocompetent hosts, on the other hand enable investigations of the
mechanisms of resistance to Aspergillus.

In this study we investigated a response to systemically applied A. fumi-
gatus conidia. With this aim, survival and histopathology of distinct organs
were analyzed, following the intravenous injection of conidia.

MATERIALS AND METHODS

Conventionally housed female C57BL/6 mice, eight to twelve weeks old,
are used in the experiments. Animals were housed under constant conditions
(temperature 19—21°C, daily-night rhythm 12 h), with food and water ad libi-
tum. The experiments were conducted with adherence to Ethical Committee of
Institute for Biological Research “SiniSa Stankovic¢”.

A. fumigatus, human isolate, from the Institute of public health of Serbia
“Dr Milan Jovanovi¢ Batut” was subcultured on standard mycological slants
(Booth, 1971). Inoculum was prepared by flooding the surface of agar
slants with sterile 0,85% NaCl with 0,1% Tween 80. The suspension of spores
was prepared in apyrogenic sterile physiological saline and doses of 1x10°,
1x107 and 5x107 conidia were applied intravenously into each mouse. The con-
trol mice received saline solely.

Animals were inspected two times a day. All mice were observed for a
total 14 days after the infection. Mice that survived until the day 14, were
euthanized.

Presence of fungi in organism of mice was established by histological
analyses. Tissue specimens were fixed in 4% formalin (pH 6, 9). Fixed ma-
terial was dehydrated in graded ethanol series. Material is then embedded in
paraffin at 57°C. Sections 5 um thick, were stained with hematoxylin-eosin
(H & E).

Specific gravity, protein and haemoglobin content in urine were determi-
nated by test strips Combur!® Test®™M (Roche Diagnostics GmbH, Germany) as
parameters of renal function.

Results were statistically processed by Mann-Whitney U test. As signifi-
cant was considered p < 0,05.

RESULTS AND DISCUSSION

All doses of applied conidia induced mortality in experimental animals.
Mortality rate was proportional to the injected inoculum. Inoculation of 1x10°
and 1x107 conidia per mouse caused mortality in 40 and 60% of mice respec-
tively. Dose of 5x107 conidia caused mortality in all treated animals, by day
five following inoculation (Figure 1). Higher doses also reduced time of survi-
val (the higher dose, the shorter time of survival). Mortality/survival data are
in accordance with the study showing high mortality at the dose of 107 of in-
fected immunocompetent mice (Cenci et al.,, 1997).
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Fig. 1 — Survival curve (Al — mice inoculated with 1x106 conidia of A. fumigatus;
A2 — mice inoculated with 1x107 conidia; A3 — mice inoculated with 5x107 conidia)

Presence of infection was assessed by observation of animal prostration.
Pronounced hypodynamic state and piloerection were noted in infected mice,
in accordance with the data from the studies of invasive aspergillosis in mice
(Duong et al, 1998). Mice in hypodynamic state died shortly after these
signs appeared.

Histological data revealed the presence of inflammatory pulmonary re-
sponse (presence of lymphocytes in peribronchial and/or perivascular sites) in
all experimental groups. Microabsceses were noted in lungs, liver, kidneys and
spleen of animals. In animals which received the highest dose the presence of
conidia and hyphae in lungs and kidneys was noted.

Renal aspergillosis, at highest dose was accompanied with compromised
renal function as judged by the changes in selected urinary parameters (Figure
2). In all control individuals, specific gravity values were 1,015 (test strips va-
lues ranged from 1,000 to 1,030). In 62% of treated mice, this value was
1,030, and in the rest value of 1,025 was detected. Difference between the
control and treated groups is statisticaly significant (p = 0,0066). Significantly
increased haemoglobinuria (p = 0,023), and a tendency of increase in urine
protein content (p = 0,089), were noted in treated individuals. Renal dis-
function observed in these animals, is in agreement with the studies which
showed that kidneys are the primary target organs for intravenous A. fumigatus
infection (Latge, 1999) in animals and humans, and with reports which de-
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monstrated urinary obstruction as a consequence of renal infection detected in
humans (De Medeiros, 1999; Bisi, 2003).

hemoglobinuria/
proteinuria

i
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irvedi
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Fig. 2 — Hamoglobin/protein values in infected individuals

CONCLUSION

In conclusion, presented data demonstrated both functional and histologi-
cal changes in organs of mice following systemic application of A. fumigatus.
This model might provide means to study mechanisms of invasive aspergillo-
sis, as well as drug testing in prelinical trials.
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Pesume

Aspergillus fumigatus je ONOPTYHUCTUYKA [JbUBA KOja c€ MOKe Hahu y CBUM cpe-
nrHama. ONOPTYHUCTUYKE TJbUBE MPOY3POKYjy MOjaBy 0601ecTh KOA MMYHOKOMITPOMHU-
TOBaHUX 0c00a, OTHOCHO KOJI 0co0a ca ocaab/beHUM UMYHCKUM cucteMoM. Hajuenrhe
OoJiecTu Koje uzasuBa A. fumigatus cy: TulyhHa acriepruiosa, acrieprujoMu U ajepruj-
CcKka OpoHxormyJMOHapHa acrepruiosa. OBe 0o0jecTH Cy TelIKe 3a AWjarHO3y jep Cy
CUMMTOMHU HeCNelUbUIHMU.

WMHTpaBeHcKa arivMkauuja KoHuauja Aspergillus fumigatus v3a3uBa TpoOMeHe Y
IpeKUB/baBalby W MOHAIlalby KMBOTHUHxA. Ca moBehameM KOHIIGHTpaldje KOHUIMja
cMambyje ce BpeMe TpexuBibaBarba. Hajseha amnukoBana mo3a (5x107 moHuanja) 10BO-
v 10 yruHyha CBUMX JKMBOTHHbA 1O TIETOT JaHa HaKOH WHOKynauuje. MHduumpane xu-
BOTUH-€ KapaKTepully MpoMeHe Yy MoHallawy (akuHe3uja, aTOHUWja) W TMUJIoepeKluja.

XUCTOJIOIIKOM aHaM30M je IMOKa3aHO MPUCYCTBO MHTEH3UBHE 3aMa/beHCKe pe-
akuuje y ruiyhuma, OyOpe3uma M CJI€3MHU TPETUPAHMX jeAWHKM, KAO U IIPUCYCTBO
criopa u xua y 6yopesuma u ruiyhuma jennHku xoje cy npumuie Hajsehy nosy A. Fu-
migatus. Kom oBux jenmHKU 3amaxkeH je U mopemehaj OyopexHe (yHKIIMje Ha OCHOBY
MpoMeHa y crneluduUHoj TeKUHU ypuHa, pH BpeaHOCTU, PUCYCTBY MPOTEMHYpPUjE U
XeMOIJIOOMHYpUjE.
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PRESENCE AND IMPORTANCE OF SAPROPHYTE
FUNGAL ORGANISMS ON DOG SKIN

ABSTRACT: Dogs are animals that are most often kept as pets in the cities. Their
health problem may be the cause of infections of humans and animals. Skin changes and
etiology factors present important segment of the diseases that disturb health of the pets.

The objective of this work was mycology examination of scarifications and skin
swabs from dogs with clinical symptoms. The aim was to find out which fungi species can
be isolated from the changed parts of the skin, and whether is possible that, besides
dermatophyte, saprophyte fungi from the environment may also be the cause of the chan-
ges, and to reveal their effect on the host.

During a one year period, 67 swabs and scarifications from dogs were examined to
detect the presence of fungi. The samples were streaked on Sabourdaud’s dextrose agar and
incubated for 10—21 days at 25°C. In microscopis examination according to their shape,
and color, the colonies were identified as conidia, macroconidia and conidiaophora.

From 59, of total 67 samples, the following saprophyte fungi were isolated: Aspergil-
lus sp., Penicillium sp., Alternaria sp., Mucor sp. and Fusarium sp. Occurrence of these
fungi means that a considerable increase of this microbiological flora may be expected in
homes of the owners. This may be the cause of systemic mycosis and allergies in animals
and humans, as well as a possibility of contaminated food and incidence of mycotoxicosis.

KEY WORDS: fungi, dogs, mycosis, pets

INTRODUCTION

Changes on dog skin are frequent disorders. It is not easy to determine
etiology and therapy. Skin is a large organ. Depending on animal species and
age, it presents 12—24% of body mass (Aiello, Susan, 1998, Popovié,
N., Lazarevié, M. 1999). Having in mind its size and a manifold role, it
serves as a barrier and protection from the external factors and infective
agents. It helps thermoregulation, produces pigments and vitamin D, contains
receptors of all the senses (Popovié, N, Lazarevié, M. 1999). Every
change influences its features and normal functioning. Changes on skin may
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occur as a consequence of different biological agents, bacteria, fungi, parasites
and viruses, but may also be a consequence of allergy, immunology disorders,
endocrine disturbances, inborn diseases, environmental factors and nutritive
deficits (Popovié, N, Lazarevié, M. 1999).

Scope of our work was mycology examinations of scarifications and skin
swabs taken from dogs with clinical symptoms. The aim was to determine
what kind of fungi are present on the changed parts of the skin and see
whether, besides dermatophyte, saprophyte fungi from the environment may
also be the cause of changes important for the host.

MATERIAL AND METHODS

The samples originated from the dogs with different on skin changes. Cli-
nical findings proved changes that ranged from dermatitis with amplified pig-
mentation and depigmentation, and to a red color change, petechia and echi-
mosis. Itching, as a clinical finding, was not dominant, but loss of hair on fur
was obvious, and on some parts it was total. There were 67 swabs and dog
scarifications used also for other analyses (Cabanes, F. J. et al., 1996). The
samples were streaked on Saboraud dextrose agar and incubated at 25°C for
10—21 days. The colonies were identified on the basis of their shape and co-
lor; in microscopic analyses they were determined as conidia, macroconidia
and conidiaphora (Quinn, J. P. et al., 2002).

RESULTS AND DISCUSSION

Presence of dermatophyte was revealed in 11.9% out of 67 examined
samples. The identification proved that there was only one dermatophyte that
belonged to Mycrosporum genius. Saprophyte fungi that do not belong to
dermatophyte, were present in 95.6%. All the data on fungi in the examined
samples are displayed in Table 1.

Tab. 1 — Findings of fungi in the examined sample of swabs and scarifications of dog skin

Isolate No. of examined samples No. of positive samples
Mycrosporum sp. 67 8 (11,94%)
Aspergilus sp. 67 42 (62,69%)
Penicillium sp. 67 40 (59,70%)
Alternaria sp. 67 45 (67,16%)
Mucor sp. 67 38 (56,71%)
Fusarium sp. 67 21 (31,34%)

Percentage of non-dermatophyte fungi was very high in our examination.
They were also isolated in the samples that were dermatophyte positive. The
analyses point out that only 4.4% of pure dermatophyte culture was isolated,
but in all other findings the presence of non-dermatophyte fungi was also de-
termined. Their presence was in some cases dominant, so it was not possible

262



to read the results and determine other fungi, among which there could have
also been dermatophyte. According to the data in the paper (Jand, S. K.,
Gupta, M. P. 1989) besides dermatophyte, in 10.8% of the cases, non-der-
matophyte fungi were present, and they could be the cause of changes. The
isolated species of non-dermatophyte fungi were similar to our findings (Alter-
naria sp., Penicillium sp., Aspergillus sp., Mucor sp., Cladosporium sp., Fusa-
rium sp.). Our studies show that the incidence of saprophyte fungi on dog skin
is not frequent. However, similar reports in the paper (Cabanes, F. J. et al,,
1996) point out that the presence of non-dermatophyte in the samples from
dogs is great and that, depending on the kind of the dog, Penicillium sp. is
present in almost 90%. Findings of Fusarium solani on skin and submucous
nodular changes, reported in the paper (K an o, R. et al., 2002), and in lesions,
warn of systemic fungi infection and its consequences. Saprophytic fungal or-
ganisms are widely spread in nature, and may be the cause of opportunistic in-
fections of humans and animals. We can find reports (Evans. J. et al. 2004)
on incidence of canine meningoencephalitis, caused by Fusarium solani. These
systemic infections, caused by different saprophytic fungal organisms (Fusa-
rium sp., Aspergillus sp.), were noticed even in other animals. The findings
point out on possible consequences of infection with saprophyte fungi.

Undesirable influence of fungi on humans was noticed while examining
the factors (Enriquez Palomec, O. et al., 1997) that provoke allergy. It
was revealed that Candida sp. and Fusarium sp. present predominant etiologic
agents of allergy in the dry season.

Saprophytic fungal organisms, that are widely spread in nature, are in
daily contact with humans and animals. Pets carry them on their skin and in-
crease the possibility of contaminating the homes they live in the influencing
the humans too. Mycotoxins that present metabolic products of these fungi,
may influence the organisms in different ways and cause damages of certain
tissues and organs. This depends on toxins, quantity and time of exposure to
the toxins. The consequences are damages on liver and kidney, damage of im-
mune system and haemapoiesis organs, and carcinogen changes on organs
(KarakasSevi¢, B., 1989). The researchs of reproductive disorders in fe-
male dogs in Poland (Golinski, P. K, Nowak, T., 2004) show that
mycotoxins have a potential estrogen effect. It was revealed that dog food con-
tained unsteroid mycotoxins, Zearalenone, whose activity was similar to that
of an estrogen, and caused reproductive disorders in the examined female
dogs, which was manifested in complex pyogenic endometritis (EPC).

CONCLUSION

Saprophytic fungal organisms are present on the changed parts of dog
skin in a very high percentage (95.6%). The findings point out that larger
number of different fungi are present, and that this may have health implica-
tions on both animals, and the owners.

Saprophytic fungi from the soil and the environment may be found on
skin. Due to their specific features, they have negative influence on animal and
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human health and cause system infection. Their products, mycotoxins, in a
long run, exhibit negative effects on the health of all the beings exposed.

Pets in urban environment increase the exposure of humans and animals
to saprophytic fungi organisms and cause health problems. All these facts
should influence the decisions regarding pets and reducing the potential of
risks.

LITERATURE

Aiello, Susan (1998): Editor; The Merck veterinary manual, Eight Edition.

Cabanes,F. J., Abarca, M.L., Bragulat, M. R, Castella, G. (1996): Sea-
sonal study of the fungal biota of the fur of dogs, Mycopathologia, 133(1): 1—7.

Enriquez Palomec, O, Hernandez Chavez L., Sarrazola Sanjuan,
D. M,, Segura Mendez, N. H, Hernandez Colin D. D.,, Marti-
nez-Cairo, S. (1997): Aeroallergens, skin tests and allergic diseases in 1091
patients, Rev Alerg Mex., 44(3): 63—6.

Evans,J., Levesque, D, Lahunta, de A., and Jensen, E. H. (2004): Intrac-
ranial Fusariosis: A Novel Cause of Fungal Meningoencephalitis in a Dog, Vet
Pathol 41:510—514.

Golinski, P. K., Nowak, T. (2004): Dietary origin of mycotoxins with estrogenic
potential and possible health implications to female dogs, Pol J Vet Sci.; 7

(4):337—41.
Jand, S. K, Gupta, M. P. (1989): Dermatomycosis in dogs, Mycoses, 32 (2):
104—5.

Kano,R., Okayama, T, Hamamoto, M., Nagata, T., Ohno, K., Tsuji-
moto H., Nakayama, H, Fujiwara, K., Hasegawa, A. (2002): Iso-
lation of Fusarium solani from a dog: identification by molecular analysis, Med
Mycol. 40 (4): 435—7.

KarakaSevié, B. (1989): Mikrobiologija i parazitologija, Medicinska knjiga, Beo-
grad—Zagreb, 1062—1063.

Popovié, N, Lazarevié, M. (1999): Bolesti koZe malih Zivotinja, Fakultet Vete-
rinarske medicine, Univerzitet u Beogradu.

Quinn, J. P, Carter, E. M, Markey, B., Carter, R. G. (2002): Clinical
Veterinary Microbiology and Diesaes; Mosby, London, Philadelphia, St. Luis,
Sydney, Tokyo.

MMPUCYCTBO U 3HAYAJ CAITPO®UTHUX I'"bMBULA HA KOXHN TTACA

Urop M. Crojanos, Cangpa M. Jakmuh, Jacua 3. [Ipomanos
Hayynun nHctutyT 3a BerepuHapcTBo ,,HoBu Can”, Hou Can, CpoOuja

Pe3ume

Ilcu cnamajy melhy Hajuenrhe rajeHe KMBOTHIbE Yy Tpaay U 3ApPaBCTBEHU MpoOIIe-
MM Be3aHU 3a HbUX MOTY YTMIIATH Ha 3lpaBJbe Jbyau. [IpoMeHe Ha KOXKHU Imaca U eTHUOo-
JIOIIKU (haKTOPU KOjU MX M3a3UBajy CY Ba)KaH CETMEHT OOJIECTH KOje peMeTe 3/1paBibe
oBe BpcTe KyhHUX JbyOuMalia.
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[TpenMeT Haler paja cy MUKOJOIIKAa UCIIMTUBaka ckapudukara U opuceBa Ko-
JKe T1aca KOju Cy MMallu KJIMHMYKe cuMnToMme Oonectu. Lwb HaM je ma yrBpaMMO Koje
ce BpCTe IJbMBHUIA HaJla3e HA MPOMEHEHUM JeJIOBUMA KOXe rca U Ja Jih ce, Mopen
nepmaroduTa, 1 canmpodUTHE IJbUBUIE M3 OKOJMHE MOTY CMaTpaTH Y3POUHUKOM IMPO-
MeHa M KaKaB je FbMXOB 3Hauaj 3a moMahuHa. Y TOKY TOOWHY JaHa aHaJu3upaHo je 67
y3opaka OpuceBa M cKapudukata Koxe Iaca Ha MPUCYCTBO TJbMBUIIA. 32 MUKOJOIIKA
HCMUTHBAKa Y3€TH Y30pIIM cy 3acejaBaHu Ha Cabypo JEeKCTPO3HM arap U MHKYOMpaHU
Ha 25°C, 10—21 mana. WM3spacie kojoHMje Cy UACHTU(DUKOBAHE HA OCHOBY HUXOBOT
uariena U 6oje, a MUKPOCKOIICKM Y OAHOCY Ha rpal)y HHMXOBUX KOHUIUjA, MAKPOKOHM-
Ivja U KoHuUaujogopa.

On ykymHO 67 aHaim3a Kon 59 je yTBpljeHO MPUCYCTBO carpo(MUTHUX IJbUBUIIA U
T0: Aspergillus sp., Penicillium sp., Alternaria sp., Mucor sp. u Fusarium sp. Ilpucy-
CTBO OBMX BpCTa IJbMBMIIA Ha KOXXM Maca 3HA4u Ja ce y JOMOBMMA BJACHMKA MOXE
OYEKMBATU 3HauajHO ToBehare OBe BpcTe MMKpOOMOJIONIKe (iope Koje Mory OuTu
Y3POUYHUIIM CUCTEMCKUX MMKO3a W aJeprujCcKMX peakiiuja JbyAu U KUBOTUHA, Kao U
Moryhu KOHTaMWHEHTU XpaHe M Y3POYHMIM MMKOTOKCHUKO3a.
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TOXIGENIC AND PATHOGENIC FUNGI IN
NORWAY RAT (RATTUS NORVEGICUS BERK., 1769)
FROM NATURAL POPULATIONS IN
SEMIAGRICULTURAL HABITATS

ABSTRACT: In this study, the presence of toxigenic and pathogenic fungi was detec-
ted in individuals of natural populations of Norway rats from semiagricultural habitats. The
presence of fungi was noted in 19 out of 30 (63%) individuals examined. Six fungal species
were isolated and identified, of which majority belonged to Hyphomycetes (Deuteromyco-
tina) and Mucor racemosus from Zygomycotina. All of detected species are of public health
importance and some of them might influence animals health.

KEY WORDS: fungi, lung homogenates, Norway rats, SMA medium

INTRODUCTION

Norway rat is a common pest rodent species with wide distribution (H r -
govié, Vukic¢evié¢ and Kataranovski, 1991). Rats are synantropic
animals, that live near humans who provide them shelter and food. Owing to
their life style (omnivorous, active whole day, feeding everywhere) wild rat
populations are constantly exposed to various microbe species including viru-
ses, helminths, bacteria and fungi. For many of these microbial agents rodents
are reservoirs and vectors, serving thus as an important indicator of the epi-
zootic and epidemic situation of their living environment (Wincewicz,
2002). While there is considerable knowledge of viral, bacterial and helminth
burden in natural populations of rodents, there are virtually no data regarding
presence of fungal components in animal organisms. Spores of fungi float in
the air, and may be found in different environmental substrates. Fungal spores

267



may colonize rodent tissues in contact, establishing biological sources of these
agents. In this way, rodents might act as reservoirs of these agents contributing
to their spreading. Great number of fungal species cause diseases known as
mycoses and mycotoxicosis. Presence of fungi and their metabolic products,
mycotoxins, in foods and grains contaminated by rat excrements, presents a
potential hazard to human and animal health (Busby and Wogan, 1986).

Having in mind the potential of rodents to serve as fungal reservoirs and
subjects of fungal components spreading, a research has been undertaken in
order to examine the presence of fungi in wild rat populations.

MATERIALS AND METHODS

Wild rats (Rattus norvegicus) were captured by living traps in semiagri-
cultural habitats (Omoljica, Kovin, LeStane and Ovca). Swabs from external
area of nose were taken and lung tissue homogenates prepared under sterile
conditions. Swabs and specimens of lung tissue homogenates were inoculated
on Sabouraud Maltose Agar (SMA) medium with streptomycin to avoid bacte-
rial infection (Tarrand et al., 2005). After incubation, micromycetes were
identified on the basis of micro- and macrocharacteristics of fungal isolates.

RESULTS AND DISCUSSION

Of 30 individuals examined, in 19 individuals (63%) fungi were detected
in lung homogenates. Six fungal species were isolated and identified, of which
five belonged to classes Hyphomycetes (Deuteromycotina) and Mucor racemo-
sus from Zygomycotina. Aspergillus and Penicillium species were detected in
homogenates of lungs of five and six individuals, respectively. (Figure 1).
Paecilomyces varioti was isolated from six individuals. Swabs from nasal skin
of 15 (50%) out of 30 individuals were found positive for fungi (4 for Asper-
gillus, 4 for Penicillium, 6 for Paecilomyces varioti and one for M. racemosus)
However, in only 9 cases presence of fungi on nasal skin and in lungs coin-
cided. Some of the fungal isolates were not identified at the species level, be-
cause of the atypical fungal elements. This particularly refers to Penicillium
species (atypical characteristics of spores with changed shape and size could
be observed at elongated phialides with branched conidiophores).

A. fumigatus is the most frequent pathogenic species that causes pulmo-
nary aspergillosis with high mortality level. A. flavus is a known toxigenic
species, which produces Aflatoxin B1, the most carcinogenic human myco-
toxin causing hepatocellular carcinoma. A. repens is osmophilic species well
adapted to dry substrates and commonly causes farmer’s lung disease and
other pulmonary infections. Paecilomyces varioti may cause paecilomycosis,
which can be manifested as endocarditis, sinusitis and pulmonary infections at
rodents and humans (Byrd et al., 1992), M. racemosus (known as an allerge-
nic agent causing pulmonary infections) was isolated from one sample of rat’s
lung’s homogenate.
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Fig. 1 — Mycological examination of lung homogenate

Of special interest is A. fumigatus, the most common invasive mold
which is the cause of opportunistic infections in individuals with weakened
immune system (patients on chemotherapy, AIDS patients, in individuals on
prolonged antibiotic treatment, children and elderly people). Beside risk for
human health, presence of these fungi might influence animal health as well,
influencing, thus, the characteristics of rodent’s natural population.
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TOKCUTEHE U TTATOTEHE TJbMBE KO CHUBOI IMTALLOBA
(RATTUS NORVEGICUS BERK., 1769) U3 ITPUPOJAHUX ITOITYIALMNIA
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Pesnume

Y oBOM pamy cy IpuKazaHa MCTpaKMBarba MPUCYCTBA TOKCUTEHUX M TMAaTOTEHUX
IJbMBa y jeiMHKama cuBor maroBa (Rattus norvegicus BERK., 1769) u3 mpupomHux
MomyJjanyja ca IojayrnobonpuBpenHux cranumra (Omosbuia, Kosun, Jlemrane, OB-
ya). JleTekuuja MpUCYCTBa IJbMBa Y OMOJIOIIKOM MaTepujaiy (OpUC KOxKe HOCHE IIny-
IJbMHE M XOMoOreHar Iuiyha) je BplieHa Ha cesJeKTMBHOj Sabouraud Maltose Agar
(SMA) nomio3u. UcTpaxkrBame je MoKa3ajao MPUCYCTBO IIECT BPCTa IJbMBA O KOjUX
neT npunana knacu Hyphomyceta (Deuteromycotina), a Mucor racemosus Kinacu Zygo-
mycotina. Bpcre pona Aspergillus cy nerekToBaHe y XoMoreHatuma Tutyha iect je-
IUHKU a Penicillium xon met jenuHku. Paecilomyces varioti je MU30J0BaH W3 TKUBA
LIECT jeMMHKU CUBOT TaloBa. bpuceBu Koyke HOCHE IIyTUbMHE Cy Jajiu MO3UTUBHE pe-
synarate y 15 (50%) on 30 jemwuku (YeTupu MO3UTUBHA 3a Aspergillus, detnpu 3a Pe-
nicillium, mect 3a Paecilomyces varioti n jenHa 3a Mucor racemosus). Melyytum, y ca-
Mo 9 ciydajeBa 3a0eJIe’KeHO je ITOKJIaIlarke IMPUCYCTBA IJbMBA Y KOXKM HOCHE IIYIIJbIHE
u 1ayha.

Hanasu koju 1mokasyjy prucycTBO IMaToreHa, u3a3uBaya TeIIKUX TJbUBUYHUX 000-
JbeHba, YKa3yjy Ha CHUBOI I1alloBa Kao Ha MOTEHLMjaJIHU pe3epBoap oBUX areHaca. [o-
OMjeHM TMojalM MPEeNCTaBibajy, IpemMa HallleM ca3Hakby, IMpBe IOAATKE O IPUCYCTBY
IJbMBa KOJ TalloBa M3 MPUPOIHE CpeinHe 3abesiekeHe KO Hac.
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EFFECT OF SALT HYPEROSMOTIC STRESS
ON YEAST CELL VIABILITY

ABSTRACT: During fermentation for ethanol production, yeasts are subjected to dif-
ferent kinds of physico-chemical stresses such as: initially high sugar concentration and low
temperature; and later, increased ethanol concentrations. Such conditions trigger a series of
biological responses in an effort to maintain cell cycle progress and yeast cell viability. Re-
garding osmostress, many studies have been focused on transcriptional activation and gene
expression in laboratory strains of Saccharomyces cerevisiae. The overall aim of this pre-
sent work was to further our understanding of wine yeast performance during fermentations
under osmotic stress conditions. Specifically, the research work focused on the evaluation
of NaCl-induced stress responses of an industrial wine yeast strain S. cerevisiae (VIN 13),
particularly with regard to yeast cell growth and viability. The hypothesis was that osmo-
stress conditions energized specific genes to enable yeast cells to survive under stressful
conditions. Experiments were designed by pretreating cells with different sodium chloride
concentrations (NaCl: 4%, 6% and 10% w/v) growing in defined media containing D-glu-
cose and evaluating the impact of this on yeast growth and viability. Subsequent fermenta-
tion cycles took place with increasing concentrations of D-glucose (20%, 30%, 40% w/v)
using salt-adapted cells as inocula. We present evidence that osmostress induced by mild
salt pre-treatments resulted in beneficial influences on both cell viability and fermentation
performance of an industrial wine yeast strain.

KEY WORDS: Saccharomyces cerevisiae, wine yeast, salt stress, cell growth, cell
viability

INTRODUCTION

During industrial fermentations that exploit yeast, cells are confronted
with a multitude of chemical, physical and biological stresses that may impair
cell function and thus fermentation progress. Cells adapt to such stresses by
eliciting responses designed to maintain cell growth and survival. Yeast stress

271



responses can be distinguished by different stages: cellular changes that occur
immediately as direct consequences of the physico-chemical forces; activation
of the primary defense processes and changes in cell homeostasis. Concerning
osmotic stress, a number of physiological changes take place, including: efflux
of intracellular H,O, rapid reduction in total cell volume, including the vacuole
(1); transient increases in glycolytic intermediates (2); accumulation of cyto-
solic glycerol; and triggering of the HOG (Hyper Osmotic Glycerol) signaling
pathway (3).

Microorganisms such as the yeast, Saccharomyces cerevisiae develop
systems to counteract the effect of osmotic stress such as salt stress (NaCl).
Specifically, salt-induced stress results in two different phenomena: ion toxi-
city and osmotic stress. Defense responses to salt stress are based on osmotic
adjustments by osmolyte synthesis and cation transport systems for sodium
exclusion. In osmostressed S. cerevisiae, polyols (glycerol in particular) are the
major osmolytes produced accumulated by cells (4, 5, 6). Other products
synthesized by yeast during stress conditions are trehalose and glycogen that
may collectively represent 25% of the dry cell mass depending on the environ-
mental conditions. The disaccharide trehalose accumulates not only during salt
adaptation (7, 8), but also in response to a number of other stress conditions,
and has been shown to protect cells against high temperature by stabilizing
proteins and maintaining membrane integrity (9, 10, 11).

Exposing yeast cells in a hyper osmotic environment leads to a rapid ini-
tial efflux of water into the medium, which, in other words, is what is meant
as cell dehydration. Dehydration is a rapid process mediated solely by water
efflux through the lipid bilayer. Intracellular water is recruited from the va-
cuole into the cytoplasm thus partially compensating for the sudden increase in
macromolecular concentration. Additionally, the cytoskeleton collapses leading
to depolarization of actin patches. This cell dehydration leads to growth arrest.
Under these conditions, cellular reprogramming or “adaptation” represents ma-
jor defenses including accumulation of compatible solutes to balance the intra-
cellular osmotic pressure with the external environment. The compatible solu-
tes can be: glycerol, trehalose, amino acids, and fatty acids in cell membranes.

A commonly used osmolyte in experiments to cause hyperosmotic stress
is sodium chloride. It has been established that the intracellular concentration
of glycerol increases in parallel to the external concentration of sodium chlo-
ride. In general, an increase in the intracellular concentration of glycerol can
be the result of increased glycerol production, increased retention by cytoplas-
mic membranes, or decreased dissimilation or uptake of glycerol from the me-
dium. Glycerol is produced during glycolysis by reduction of dihydroxyace-
tone phosphate to glycerol 3-phosphate by glycerol 3-phosphate dehydrogenase
(GPD). (12, 13, 14). Under osmotic stress, increased levels of glycerol take
place due to the increase of the activity of GPD. Glycerol formation requires
an equimolar amount of cytoplasmatic NADH and when cells are osmotically
stressed, there is a decreased reduction of acetaldehyde to ethanol and an in-
creased oxidation to acetate. The observed decrease in the synthesis of alcohol
dehydrogenase as well as the increase of the aldehyde dehydrogenase could
account for this alteration in flux. The present work was based on the hypo-
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thesis that mild osmotic stress caused by NaCl would improve wine yeast fer-
mentation performance due to accumulation of cellular protecting molecules.
The results obtained with a wine yeast indicate that salt adaptation or “precon-
ditioning” may have potential benefits for industrial fermentation processes.

MATERIALS AND METHODS

Microorganism: Saccharomyces cerevisiae (strain Vin 13 from Anchor,
S. Africa) and was grown in glucose-based defined medium, without shaking
at 25°C.

Medium: 200 gr glucose/lit, 1 gr of K,HPO,, 1 gr of K,H,PO,, 0.2 gr of
ZnSO,, 0.2 gr of MgSO,, 2 gr of yeast extract, 2 gr of NH,SO,.

Yeast count: Yeast cell number was determined using haemocytometer
(Thoma type). Glucose measurement: Glucose was determined using the DNS
method (15)

Yeast cell viability: 1 ml of yeast taken from Erlenmeyer flask diluted in
9 ml of deionized water and then 1ml of this solution dissolved with 1ml of
10% methylene blue solution. After 10 min 0.01 ml added to a haemocyto-
meter (Thoma type). Continuously yeast total cell number and yeast living cell
number took place by optical microscope (Olympus).

Fermentations: 250 ml volume conical Erlenmeyer flasks without sha-
king used in a temperature of 25°C.

Repeat fermentations: During the second part of the experiments repeat
fermentations have been performed. After 400 hours a new medium containing
200 gr lit of D-glucose inoculated by 5x10° living cells preconditioned in 6%
and 10% of NaCl. After the end of the fermentation new medium containing
300 gr lit of D-glucose inoculated by 5x103 living cells. Finally after the end
of the fermentation new medium containing 400 gr lit of D-glucose inoculated
by 5x10° living cells. This experiment was to observe the tolerance of the pre-
conditioned cells to high sugar concentrations.

RESULTS AND DISCUSSION

The overall aim of this work was to gain further understanding of yeast
fermentation performance during osmotic stress conditions. Specifically, work
was focused on the evaluation of NaCl-induced osmotic stress responses on in-
dustrial strains of the yeast, Saccharomyces cerevisiae.

Figure 1 shows that osmotic stress had a minor effect on yeast cell
growth while sodium chloride concentrations increased. During the first 16
hours fermentation with glucose, no differences were observed in yeast growth
rate. After this period, differences between stressed and unstressed cells be-
came apparent, especially around 90 hours. The lag phases of the cultures trea-
ted with 4% and 6% w/v NaCl were protracted by 24 hours. For the 4% and
6% NaCl concentration, the total cell number measurements occurred to have
a difference from the beginning of the fermentation compared to that of the
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untreated cells. As far as the 10% sodium chloride concentration was concer-
ned, the growth rate had shown minimum changes.
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Fig. 1 — Yeast growth under NaCl stress

Growth of S. cerevisiae (VIN 13) was monitored in the presence of 0%
4%, 6%, 10% w/v NaCl in glucose-based defined medium without shaking at
25°C

In contrast to the total cell number and yeast growth rate, it was surpri-
sing that cells under the higher osmotic stress conditions (especially 10%
NaCl) maintained a high viability over time compared with that of unstressed
cells (Figure 2). After prolonged fermentation times, such differences became
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Fig. 2 — Viability under NaCl stress

274



more pronounced. Under physiological conditions, without sodium chloride,
yeast cell viability fell to around 50%. In contrast, viability remained at high
levels for salt-stressed cells, even after 180 hours of fermentation. These data
clearly show that at 10%w/v NaCl concentration, whilst yeasts retained their
viability, their growth rate was adversely affected.

Viability of S. cerevisiae (VIN 13) was monitored in the presence of 0%
4%, 6%, 10% w/v NaCl culture in glucose-based defined medium without sha-
king at 25°C.

mmmﬁu:miumﬂmm
(210 ]

Fig. 3 — Yeast cell viability over an extended period of 192 hours after fermentation for cells
with 0% 4%, 6%, 10% w/v NaCl culture in defined medium without shaking at 25°C
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Fig. 4 — Cell viability over an extended time period of 400 hours including fermentation for
cells with 0%, 4%, 6%, 10% w/v NaCl stress culture in defined medium without shaking at 25°C
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Figures 3 and 4 clearly show that sodium chloride had a positive effect in
maintaining yeast cell viability especially for extended fermentation periods of
time. After 400 hours, cells treated with 6% and 10% NaCl had the highest
viability. It is possible that maintenance of high yeast viability in presence of
high salt was due to the synthesis of stress responsive compounds including
trehalose and glycerol.

Continuous fermentations at increasing glucose concentrations were per-
formed. Pre-conditioned stressed cells at 6% and 10% w/v/ NaCl used as ino-
culum for fermentations media containing 20, 30, and 40% of D-glucose in the
absence of NaCl stress. These experiments were designed to observe the
fermentability, cell growth and viability under non-stress conditions. After 400
hours, media containing 20% w/v D-glucose inoculated by 5x103 living cells
preconditioned in 6% and 10% w/v NaCl. Subsequently, media containing 30,
then 40% w/v D-glucose were inoculated in a similar manner. Yeast cell
growth and viability were monitored. These experiments aimed to observe the
capability of salt-preconditioned cells to grow and ferment high sugar concen-
trations.

Figures 5, 6, 7 and 8 show that for 40% of D-glucose, the fermentation
time was 116 hours longer and the total cell number was almost the half com-
paring to the other two fermentations of 20 and 30% w/v of D-glucose.
Growth rate in media with 20% and 30% of D-glucose was similar. The most
important observation was that for higher glucose concentrations (30% and
40%) the total cell number was close to 5x107/ml for the fermentation of 40%
D-glucose and close to 10 x107 for the fermentation of 30% D-glucose.
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Fig. 5 — Growth for pre-conditioning cells in 6% and 10% of NaCl cultured
in define medium containing 20% of D-Glucose
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Fig. 6 — Yeast growth for pre-conditioning cells in 6% and 10% of NaCl cultured
in define medium containing 30% of D-Glucose
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Fig. 7 — Yeast growth for pre-conditioning cells in 6% and 10% of NaCl cultured
in define medium containing 40% of D-Glucose
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Fig. 8 — Yeast growth for pre-conditioning cells in 6% and 10% of NaCl cultured
in define medium containing 20, 30 and 40% of D-Glucose

Figures 9, 10 and 11 show that for 20% D-glucose consumption was al-
most linear and the amount for residual sugars was the same (26 gr lit). For
the fermentation in media with 30% D-glucose the sugar consumption occur-
red to be significant when the inoculum cells pre-treated with 10% NaCl. At
very high glucose levels (40% wi/v), a rapid decrease in sugar consumption
was observed between 48 and 96 hours from 395 gr lit to 64 gr lit of glucose
and then remains constant.

Fig. 9 — Glucose consumption in wine yeast cells pre-conditioned in 6% and
10% w/v NaCl in a medium containing 20% w/v D-glucose
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Fig. 10 — Glucose consumption for pre-conditioning cells in 6% and 10% of
NaCl cultured in define medium containing 30% of D-Glucose
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Fig. 11 — Glucose consumption for pre-conditioning yeast cells in 6% and 10% of NaCl
cultured in define medium containing 40% of D-Glucose

Figures 12, 13, 14 and 15 show that yeast cell viability decreased when
the sugar levels increased. For example, for 20% D-glucose yeast viability re-
mained high even towards the end of the fermentation. However, at 30% and
40% D-glucose yeast viability remained low.
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Fig. 12 — Viability for pre-conditioning cells in 6% and 10% of NaCl cultured
in define medium containing 20% of D-Glucose
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Fig. 13 — Viability for pre-conditioned cells in 6% and 10% of NaCl cultured
in define medium containing 30% of D-Glucose
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Fig. 14 — Viability for pre-conditioned cells in 6% and 10% of NaCl cultured
in define medium containing 40% of D-Glucose
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Fig. 15 — Viability for pre-conditioned cells in 6% and 10% of NaCl cultured in define
medium containing 20, 30 and 40% of D-Glucose

CONCLUSIONS

Since the early seventies sodium chloride and the effects of saline stress
to yeast cells have been the subject of research in many research labs. Several
research studies have been contacted until today regarding the effects of salt
on yeast genes expression and transcriptional response (16, 17, and 18).

Scope of this paper was to observe the effect of high osmotic stress to
yeast growth and yeast viability. The main points derived from these results
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are the stress of yeast cells under 6% concentration NaCl and the high percen-
tage of yeast cell viability for higher concentrations of 10% w/v NaCl. Growth
rate arrest under osmotic stress conditions was clearly showed in our expe-
riments according to previous research work (18). Most important, was that
during the experiments, when salt concentration increased, the yeast growth
rate decreased almost proportionally.

The cell viability remained at high levels for all experiments series even
for those under extremely stress conditions such as 10% w/v of NaCl. For the
same levels of NaCl concentrations (6 and 10% w/v) it was shown that cell
viability remained almost constant and at high levels for more than 400 hours
of culture.

Repeated fermentations under increasing concentrations of glucose con-
clude that pre-conditioned yeast cells in 6 and 10% of NaCl remain viable for
a long period of time and exhibit high fermentability.

According to these results future work is needed using higher amounts of
sodium chloride (more than 10% w/v) in order to elucidate the effects of
salt-induced stress on yeast cell viability during alcoholic fermentation and the
ability of the cells to remain viable under different kind of stresses.

REFERENCES

Albertyn,J, Hohmann, S. and Prior, B. A. (1994): Characterization of the
osmotic stress response in S. cerevisiae: osmotic stress and glucose repression re-
gulate glycerol 3-phosphate dehydrogenase independently, Curr. Genet. 25, 12—
18.

Allison, S. D.,, Chang, B.,, Randolph, T. W. and Carpenter, J. F. (1999):
Hydrogen bonding between sugar and protein is responsible for inhibition of
dehydration induced protein unfolding, Arch. Biochem. Biophys. 356, 289—298.

Bellinger, Y. and Larher, F., (1987): I3C comparative nuclear magnetic reso-
nance study of organic solute production and excretion by the yeast Hansenula
anomala and Saccharomyces cerevisiae in saline media, Can. J. Microbiol. 34,
605—612 A.

Blomberg, A. (2000): Metabolic surprises in Saccharomyces cerevisiae during adap-
tion to saline conditions: questions, some answers, and a model, FEMS Micro-
biol. Let. 182, 1—8.

Blomberg, A. and Adler, L. (1992): Physiology of osmotolerance in fungi, Adv.
Microbial. Phys. 33, 145—212.

Crowe,J. H, Crowe, . M. and Chapman, D. (1984): Preservation of membra-
nes in anhydrobiotic organisms: the role of trehalose, Science 223, 701—703.

Dmitrieva, I. Natalia, Maurice B. Burg (2004): Hypertonic stress response, Fun-
damental and Molecular Mechanisms of Mutagenesis Mutation Research 569
(2005) 65—74.

Hamilton, A. C.,, Taylor, J. G, Good, G. A. (2002): Vacuolar H+-ATPase but
not mitochondrial FI1F0-ATPase is required for NaCl tolerance in Saccharomyces
cerevisiae, FEMS Microbiol. Let. 208, 227—232.

282



Lans, A, Hemming, A. and Adler, L., Studies on the osmotic induction of
glycerol production and glycerol 3-phosphate dehydrogenase (NAD), FEBS 286,
1,2 13—17.

Meikle, A.J.,, Reed, R. H, Chudek, J. A. and Gadd, G. M. (1988): Natural
abundance 13C-nuclear magnetic resonance spectroscopic analysis of acrylic po-
lyol and trehalose accumulation by several yeast species in response to salt
stress, FEMS Microbiol. Let. 82, 163—168.

Miller, G. L. (1959): Use of dinitrosalicylic acid reagent for determination of redu-
cing sugars, Annual Chem. 31:426—428.

Parrou, J. L, Teste, M.-A. and Francois, J. (1997): Effects of various types of
stress on the metabolism of reserve carbohydrates in Saccharomyces cerevisiae:
genetic evidence for stress induced recycling of glycogen and trehalose, Micro-
biology 143, 1891—1900.

Posas, Francess, James R. Chambers, John A. Heyman, James P. Hoeffler,
Eulalia De Nadal and Joaquin Arino (2000): The transcriptional response
of yeast to saline stress, J. Biol. Chem. Vol 275 Issue 23, 17249—17255.

Reed, R. H, Chudek, J. A, Foster, R, and Gadd, G. M. (1987): Osmotic
significance of glycerol accumulation in exponentially growing yeasts, Appl. En-
virom. Microbial. 53, 2119—2123.

Serrano, R., Garcia, J. M., Rios, G. (1997): Comparative physiology of salt
tolerance in Candida tropicalis and Saccharomyces cerevisiae, etal Microbiol.
1125—1131.

Singer, M. A. and Lindquist, S. (1998): Multiple effects of trehalose on protein
folding in vitro and in vivo, Mol. Cell 1, 639—648.

Singh, K. K. and Norton, R. S. (1991): Metabolic changes induced during adap-
tion of Saccharomyces cerevisiae to a water stress, Arch. Microbiol. 156, 38—42.

Watson, T. G. (1970): Effects of sodium chloride on steady state growth and meta-
bolism of Saccharomyces cerevisiae, Journal of General Microbiology, 64, 91—
99.

YTULAJ XUITEPOCMOTCKOI' CTPECA U3A3BAHOI' NaCl-om
HA BUJABUJIHOCT REJINMJA KBACLA
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Pesume

Y npousBoAbU €TaHOJa KBAaCLU Cy TOKOM (epMeHTalluje U3JI0KEHU DPa3Inyu-
TUM BpcTama (hU3MIKO-XEMHUJCKOT CTpeca Kao IITO Cy: BUCOKE IMOYeTHEe KOHIICHTpAIIM-
je mehepa 1 HUCKe TeMrepaTtype, a kKacHuje noBehaHe koHuUeHTpaluje etraHoja. OBa-
KBM YCJIOBU Cy IIOKpeTauyu cepuje OMOJIOIIKMX OArOBOpa KOju MMajy 3a Wb OHpKa-
Barbe henMjckor UMKJIMYHOT pa3Boja M BUjabuiaHocTu henuja kBacua. Ito ce Tuue
OCMOTCKOT CTpeca, MHOTE CTyAMje CY yCMepeHe Ha TPaHCKPUIIIMOHY aKTUBALWjy W
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€KCIIpecujy TeHa y J1abopaToOpujcKUM cojeBuMa Sacchavomyces cerevisiae. b oBor
pana je 6uo ;ma ce 6ojbe carjiiemajy u nepdopmaHce BUHCKOT KBaclla TOKOM (epMeHTa-
LIMje y ycJIOBMMa OCMOTCKOT cTpeca. McTpakuBauka aKTMBHOCT je MOCEOHO ycMepeHa
Ha MCMUTUBAHKE ON3MBAa MHIYCTPUjCKUX COjeBa BUHCKOT KBacua S. cerevisiae (VIN 13)
y ycioBuma ctpeca mHaykoBaHor NaCl-om, ca moceOHMM OCBPTOM Ha pacT henuja
KBaclla ¥ IUXOBY BHjaOMIHOCT. XMIIOTe3a je Omja Ja ce y yCIOBMMA OCMOTCKOT CTpe-
ca EHepreTcKu akTUBUPAjy crieluM(PUUYHU TeHU KOju oMoryhyjy MpexuBbaBarbe KBa-
cHux henuja y gatum yciaoBuma. Ormien je M3BedeH IMPETXOJAHWUM TpeTupameM hesuja
pactBopuMa NaCl pasiauuntux kKoHueHTtpauuja (NcAl: 4%, 6% wu 10% m/v), xopu-
mrhereM neMHUCAHUX MoIora ca D-TIIyKO30M UM MCITMTUBAeM FbUXOBOT yTHIIaja Ha
pact 1 BUjabuIHOCT henuja. Y KacHUje CIPOBEACHUM LIMKIycuMma dhepMeHTaluje Io-
BehaBaHe cy koHueHTpauuje D-riaykose (20%, 30%, 40% m/v), a KaO MHOKYJIyM Cy ce
KopucTwie henuje KkBacua MpeTXoaHO aJanThpaHe Ha MOBUILIEHE KOHLEHTpalUje COJIU.
VY pany je mokazaHo jJia OCMOTCKM CTpeC MHAYKOBaH OJlarMM TpeTMaHUMa Yy PacTBOPU-
Ma COJiM IO3UTMBHO Jejyje U Ha BUjabwiHoCT henuja 1 Ha ¢epMeHTalMoHe nepdop-
MaHCe WHIYCTPUJCKUX COjeBa BMHCKOT KBacla.
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PRODUCTION OF BIOETHANOL FROM TRITICALE

ABSTRACT: Triticale (Triticosecale) is a crop species resulting from a plant bree-
der’s cross between wheat (Triticum sp.) “mother” and rye (Secale sp.) “father”. Today, it
has been cultivated in more than 50 countries worldwide. During theresearches conducted
over period 2005—2006, the quality of three varieties of triticale was examined. Chemical
quality parameters were the scope of the paper. The analyzed varieties of triticale showed
high a-amylase activity, that was measured by falling number and amylolitic activity. While
investigating thermal preparation of the samples at three different temperatures 60, 70 and
90°C, the optimum temperature was determined. Three different modes of thermal prepara-
tions were applied in the experiment: 1) without the addition of technical enzymes (a-amy-
lase and glucoamylase), 2) with the addition of glucoamylase, and 3) with the addition of
glucoamylase and a-amylase. The enzymes were dosed according to the recommendations
of the manufacturer. The thermal preparation of samples, conducted at 90°C, produced the
lowest content of fermentable starch. This is due to inactivation of amylolytic enzymes in
triticale at 90°C. During 2006, the survey on bioethanol production from triticale was direc-
ted towards lowering the temperature regimes of the preparation step up to 60°C. During
the first preparation mode (without the additional enzymes), the obtained results for the
content of fermentable starch and the ethanol yield, showed that native amylolytic enzymes
of triticale can degrade 80—90% of the available starch. The addition of glucoamylase, du-
ring the second preparation mode, increased the content of fermentable starch and ethanol
yield. The best results were achieved applying the third mode of preparation. Comparing
the preparation modes, it could be concluded that the application of both a-amylase and
glucoamylase in the preparation step, increased the content of fermentable starch and etha-
nol yield by 7—13%. Further research should optimize the addition of a-amylase and
glucoamylase. According to the results, the thermal preparation modes at 60°C are conside-
red more suitable because of the energy savings.

KEY WORDS: amylase, enzyme, ethanol yield, fermentable starch, triticale

INTRODUCTION

Bioethanol is a strategic raw material with wide range of applications in
food, pharmaceutical, cosmetic, and petrochemical industry (Baras et al,
2002). Also, it has been used as a modern biofuel, applied directly as a gasoli-
ne improver or gasoline substituent (Demirbas, 2006), or in the form of
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ETBE (ethyl tertiary buthyl ether), to substitute for currently added syntheti-
cally-produced octane enhancers (Rosenberger, 2005), and in ethanol-die-
sel blends with particular purpose to reduce the emissions of exhaust gasses
(Hansen et al., 2005). Triticale (Triticosecale) is a crop species resulting
from a plant breeder’s cross between wheat (Triticum sp.) “mother” and rye
(Secale sp.) “father”. (Oelke 1989). The time span from its creation to its
commercialization was long (Qualset, 1996). Triticale is tolerant to climatic
changes, certain diseases, extreme soil conditions, and gives relatively high
yields (Oelke, 1989). In 2005, according to the Food and Agricultural Orga-
nization (FAQO), 13.5 million tons of triticale was harvested in 28 countries ac-
ross the world (Wikipedia, 2006). Triticale has just recently been used as a raw
material in the bioethanol production. Starch content in triticale is approxi-
mately 60%, and ethanol yield amounts to 38 1 per 100 kg (S e n n, 2001). Tri-
ticale contains amylolitical and proteolitical enzymes, and their inhibitors, too
(Wesenberg, 1990). Triticale is self-polinating (similar to wheat), and not
cross pollinating (like rye) (Oelke, 1989). Triticale does not contain high
amounts of pentosans like rye, therefore there are no problems during fermen-
tation because of high viscosity. Also, triticale is characterized with high auto-
amylolitic activity enabling its use without the addition of commercial saccha-
rifying enzymes. Some varieties of triticale contain surplus amylases, which
can be used for saccharifying other substrates. Enzyme activity of native triti-
cale enzymes is expressed with Autoamylolitical Quotient (AAQ). Autoamylo-
litical Quotient is defined as the percentage yield of ethanol obtained without
the addition of technical enzymes, compared with the ethanol yield with addi-
tion of an optimum combination of technical enzymes (S e nn, 2001).

The aim of the investigation was to optimize the process of triticale ther-
mal preparation for the production of bioethanol. Yields of ethanol from triti-
cale samples prepared at various temperatures (60, 70, and 90°C), were deter-
mined.

MATERIAL AND METHODS

Over the period 2005—2006, the quality and the processing potential for
bioethanol production of three triticale varieties: ORION, NS-TRITICALE and
JUTRO were investigated. The following chemical quality parameters were de-
termined: the content of solids, ash and protein, the falling number according
to Hagberg, and the maximum peak viscosity (Kaluderski, Filipovi,
1998).

The preparation of the samples for fermentation comprised: stillage for-
mation, dosage of the processing microorganism, starch saccharifying, and in-
oculation with working microorganism. The stillage formation of grinded sam-
ples was conducted by applying hydromodul 1:3 (material to water ratio) in a
stillage tank. The pH was measured on pH-meter, and was adjusted in the
range 5.4—5.5.

The following three temperature regimes of the preparation of triticale
samples were used:
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Thermal preparation at 60°C

— heating up to 60°C tests I, II, III. To test III+ Thermamyl SC
— keeping for 60 min at 60°C,

— cooling to 55°C. To tests II, IIl + SAN Super 360L,

— keeping for 30 min at 55—60°C.

Thermal preparation at 70°C

— heating up to 60°C tests I, II, III. To test III + Thermamyl SC,
— heating tests I, II, IIT up to 70°C,

— keeping for 60 min at 70°C,

— cooling to 55°C. To tests II, IIl + SAN Super 360L,

— keeping for 30 min at 55—60°C.

Thermal preparation at 90°C

— heating up to 60°C tests I, II, III. To test III + Thermamyl SC,
— heating tests I, 1I, III up to 90°C,

— keeping for 60 min at 90°C,

— cooling to 55°C. To tests II, III + SAN Super 360L,

— keeping for 30 min at 55—60°C.

Preparation modes of triticale samples for each temperature regime were
the following:

— 1 test: sample without enzymes

— II test: sample + bacterial glucoamylase SAN Super 360L (Novozy-
mes A/S)

— III test: sample + glucoamylase SAN Super 360L (Novozymes A/S) +
bacterial thermostable a-amylase Termamyl SC (Novozymes A/S).

After the thermal processing, the samples were cooled to 30°C, and in-
oculated with Saccharomyces cerevisiae (Alltech-Fermin, Serbia). Batch fer-
mentations were carried out under anaerobic conditions at constant temperature
(30°C), controlling the rate of fermentation, and measuring the weight of pro-
duced CO, after each 24-hour period, until the fermentation ended.

On the basis of the obtained results, Autoamylolitical Quotients of the
samples were determined for each temperature regime (60, 70 and 90°C) ac-
cording to equation:

Ethanol yield (g ethanol/100 g d.b.) without technical enzymes X

AAQ (%) = . - -
Ethanol yield (g ethanol/100 g d.b.) with technical enzymes

100

RESULTS AND DISCUSSION

The chemical parameters characterizing the quality of triticale samples are
presented in Table 1. The moisture contents of all the investigated samples
were at levels that ensure safe and long storage of the grains. The ash content
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in all samples was very high, providing necessary mineral food for the acti-
vity of yeast during fermentation. Protein contents of Orion and Jutro varie-
ties (10.13% and 10.7%, respectively) were at lower levels than NS-triticale
(11.94%). The falling numbers of the samples were lower than 250 s. These
results designate the presence of active a-amylases in the samples. The amy-
logram peak viscosities confirmed this statement. The lowest peak viscosity
(90 B.U.) was measured in the Orion sample.

Tab. 1 — Chemical quality parameters of triticale variety

Moisure Protein The mazimum

Ash content Falling . .
SAMPLE content Content peak viscosity
(%) (% d.b.) (% d.b.) number (s) (aj)
ORION 9.51 2.04 10.13 184 90
NS-TRITIKALE 9.50 2.01 11.94 223 125
JUTRO 9.46 1.87 10.69 215 160

The contents of fermentable starches and ethanol yields for triticale sam-
ples, subjected to thermal processing at various temperatures (60, 70, and
90°C) are presented in Table 2. The variety Orion produced the highest quan-
tities of fermentable starch and ethanol in the preparation mode, without com-
mercial enzymes at 60°C. The addition of glukoamylase SAN Super 360L in-
creased the contents of fermentable sugar and ethanol yields for each triticale
variety. When glucoamylase was added, the content of fermentable sugar in
NS-triticale variety increased by 1.5%. The addition of glukoamylase and ther-
mostable a-amylase increased the contents of fermentable sugar and ethanol in
all samples.

At 70°C, the preparation mode without the addition of commercial enzy-
mes gave the highest content of fermentable starch in NS-triticale sample
(61.3%), followed by Jutro (58.4%), and Orion (53.80%). The addition of
glycoamylase increased the contents of fermentable starch in all samples with
the highest content achieved for NS-triticale. All samples demonstrated an in-
crease in the yield of fermentable starch and ethanol with the addition of both
commercial enzymes, with superior performance of Jutro variety. Each prepa-
ration mode conducted at 90°C, resulted in significantly lower fermentable su-
gar and ethanol production, compared to that obtained at 60 and 70°C, for all
samples.
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Tab. 2 — Contents of fermentable sugar and ethanol yields of triticale samples prepared under
different temperature regimes

TRITICALE SAMPLE

ORION NS-TRITIKALE JUTRO
PREPARATION MODES fermen- fermen- fermen-
ethanol ethanol ethanol
OF TRITICALE SAMPLES ;{all;l; (yi,?l(?o ;321; (Yi/?l(;io stﬁ‘;ljr (yﬁlgo
g g g
(g/100 g sm) (g/100 g sm) (g/100 g sm)
g sm) g sm) g sm)

Sample without 5715 3246 5661 3215 5570  31.63
enzyme addition

Thermal Sample
preparation + SAN Super 360 L 62.61 35.55 64.14 36.42 62.44 35.16
at 60°C Sample

+ SAN Super 360 L 64.69 36.73 64.88 37.26 63.47 36.05
+ Termamyl SC

Sample without

e 53.80 30.60 61.3 34.8 58.40 33.20
enzyme addition

Thermal Sample
preparation + SAN Super 360 L 66.60 37.80 67.7 38.4 65.40 37.17
at 70°C Sample

+ SAN Super 360 L 67.70 38.40 68.3 38.8 69.27 39.30
+ Termamyl SC

Sample without

o 50.28 28.87 52.36 29.76 52.70 29.95
enzyme addition

Thermal Sample
preparation + SAN Super 360 L 59.80 33.99 55.7 31.66 56.80 32.28
at 90°C Sample

+ SAN Super 360 L 63.32 35.37 60.26 34.8 60.49 34.69
+ Termamyl SC

The Autoamylolitical Quotients of triticale samples prepared on 60, 70,
and 90°C are presented in Table 3. The Autoamylolitical Quotient was deter-
mined as the ratio of ethanol yield obtained without the addition of commer-
cial enzymes, and the ethanol yield obtained with the addition of Termamyl
SC. Orion and Jutro demonstrated the best performance at preparation tempe-
rature 60°C (88%). The Autoamylolitical Quotient of 88% means that the sam-
ple contains enough amylases to degrade 88% of total available starch. The
highest Autoamylolitical Quotient at 70°C was obtained in the NS-triticale
sample. From the data presented, it is evident that the autoamylolitic coeffi-
cients depend on the variety. Also, it could be concluded that the investigated
triticale varieties are not suitable for saccharifying other starchy substrates be-
cause of the lack of native amylases. The results proved that triticale is a suita-
ble raw material for bioethanol production. Preparation procedures conducted
at 60°C are recommended because of energy savings.
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Tab. 3 — Autoamylolitical Quotients of triticale samples.

The Autoamylolitical Quotient (AAQ) (%)

Thermal preparation

ORION NS-TRITIKALE JUTRO
60°C 88 86 88
70°C 80 90 84
90°C 82 86 86
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[TPOM3BOAHA BUOETAHOJIA M3 TPUTUKAJIEA

Becna M. Byuyposuh, Jlymaunka J. [lejun
Texnomowmku ¢axkyarer Hosu Can, ByneBap Ilapa Jlazapa 1,
21000 Hosu Can, Cpbuja

Pe3nme

Tpurukane (Triticosecale) je HajcTapuja BEeIITAYKM CTBOpPeHA XMOpUIHA KUTAPU-
l1a HacTajla YKpIUTaweM IiueHute Triticum v paxu Secale. laHac ce TpuTuKaie y
cBeTy KyaTtuBmie y Buiie ox 50 3eMapa. Tokom uctpakmBarma 2005. u 2006. romuHe
WUCIIMTaAH je KBaJIUTeT TpU copTe Tputukanea. OnpeheHu cy XxeMujcKu MoKa3aTe/bu KBa-
JIUTETa y30paka. AHaJIM3WpaHe COpTe TPHUTHKalea Cy IOKas3ajle M3Pa3suTy aKTUBHOCT
a-aMmiase, IITO ce M3pa)kaBa OpojeM mamarba U aMUJIOJIMTCKOM aKTMBHOIINY. Y TOKy
HCTpaKMBara UCIUTUBAHE Cy ONTUMAaJIHE TeMIlepaType TEPMUYKe MPUIIpEMe y30opaka
TpuTHKaie, Ha temreparypama 60°C, 70°C, 90°C. Tepmuuke mpumpeme M3BolHeHe Cy
Ha TpY HayuHa: 0e3 JoJaTka a-aMuiase M Tiykoamuiase (TEXHUYKUX €H3MMa), Y3 JI0-
JaTaK TIyKoamMuiIa3e M y3 JoJaTaK TIyKoaMmuia3e M TepMOCTaOuiIHe a-aMuiase. Jlo3u-
parbe HaBeJeHMX €H3MMa M3BPILEHO je MpemMa Mpernopykama npousBohaya. HajHuxu
pe3yaTatu cagpikaja (hepMEHTaOMIHOT CKpoOa JOOMjeH! Cy TOKOM IIpUIIpEMe y3opaka
Ha 90°C. OGjalimere 32 OBaKO HUCKe caapikaje (epMeHTaOMIHOr cKpoba MOxke ce
Hahy y yumbeHunm ga ce Ha 90°C MHAKTMBMPAjy aMUJIOIUTCKA €H3UMMM y30paKa TpH-
tukaiea. Tokom 2006. rogrHe MCTpaXKMBarba MPOM3BOIIbE OMOCTaHOA M3 TPUTHKAJIea
O6wia cy ycMepeHa Ka WCIUTHBarby MOTYNHOCTM &1a ce TepMHMYKa IpUIIpeMa y3opaka
u3Boau Ha 60°C. Pesynrtatu campikaja ¢hepMEHTATHOT CKpoOa M MPUHOCA eTaHOJIA TO-
KOM TIPBOT ITOCTYIKa TpumipeMe (6e3 JomaTtaka eH3uMa) ToKa3aiu Cy Ja aMUJIOJTUTCKU
€H3MMHU TPUTHKajea MOTY Ja pasrpajie CONCTBEHU CKpob y msHocy 90—98% (y 3aBu-
CHOCTHU OJI y30pKa). JlomaTkoM riiyKoaMujiaze y TOKY JIPYTor MOCTYIKa MpUIIpeMe To-
BehaBa ce campikaj pepMeHTaOMIHOI CKpoba M MpuHOC eTaHoja. Hajoossu pesyaratu
camp:kaja (pepMEHTAOMIIHOT CKpoba M IMpUHOCA €TaHoJIa HOOMjeHM Cy y3 JomaTak Tep-
MOCTaOUJIHE a-amMuiiase 1 Iykoamuiase. YnopehuBarmbeM pe3yiaTaTa cBa TPU MOCTYIIKa
TIpUTIpEME MOKE Ce 3aKJbYYUTH Ja ce TTPUMEHOM TEPMOCTAaOMIIHE a-aMuiIa3e U TIIyKoa-
MuIase gobujajy camo 2—10% Buinu caapxaju hepMEeHTAOMIHOr CKPoOa M MPUHOCH
eTaHona. Y majbeM pamay Tpeba ONTUMU3UPATH JOAaTKEe TepMOCTaOWIHE o-aMujiasze 1
rykoamuiaase. JloOujeHr pesyiatatu caap:kaja pepMeHTaOuaHuX Inehepa M mpuHOCA
€TaHoJla U3 y30paKa TpUTHUKaJlea HEJBOCMUCIIEHO /1ajy MPEAHOCT MOCTYIKY MpUIIpEMe
y3opaka Ha 60°C 300r yiiTene eHepruje.
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INFLUENCE OF DOUGH FREEZING ON
SACCHAROMYCES CEREVISIAE METABOLISM

ABSTRACT: The need to freeze dough is increasing in bakery production. Frozen
dough can be stored for a long time without quality change. The capacity of bakery produc-
tion can be increased in this way, and in the same time, the night shifts can be decreased.
Yeast cells can be damaged by freezing process, resulting in poor technological quality of
dough after defrostation (longer fermentation of dough).

The influence of frozen storage time of dough on survival percentage of Saccharo-
myces cerevisiae was investigated. Dough samples were taken after 1, 7, 14 and 28 days of
frozen storage at —20°C. After defrosting, at room temperature, samples were taken from
the surface and the middle part of dough (under aseptic conditions), and the percentage of
living S. cerevisiae cells was determined. During frozen storage of dough, the number of li-
ving S. cerevisiae decreased. After 28 days of frozen storage, the percentage of live cells on
the surface and inside the dough was 53,1% and 54,95%, respectively. The addition of
k-carragenan to dough increased the percentage of living cells in the middle part of dough
up to 64,63%. Pure cultures, isolated from survived S. cerevisia cells in frozen dough by
agar plates method (Koch’s method), were multiplied in optimal liquid medium for yeasts.
The content of cytochromes in S. cerevisiae cells was determined by spectrophotometric
method. The obtained results showed that the content of cytochromes in survived S. cerevi-
siae cells was not affected by dough freezing process. Growth rate and fermentative activity
(Einchor’s method) were determined in multiplied cells.

KEY WORDS: cytochromes, fermentative activity, freezing, k-carragenan, survival,
Saccharomyces cerevisiae

INTRODUCTION

Freezing and storage in the frozen state leads to decreased viability and
fermentative activity of yeast cells (Berglund et al,, 1991). Mazur (1963)
reported that a number of factors affect damage, and it depends on whether ice
is formed intracellularly (high freezing rates), or extracellularly (lower freezing
rates). It was concluded that freezing regimes affect strongly the loss of cell
viability. Cells are damaged during the freezing process, while the defrosting
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regime affects insignificantly the survival of yeast cells. Yeast cell metabolism
decreases drastically at low temperatures; therefore, long term storage of cells
is possible.

High survival level can be achieved by appropriate freezing process: sur-
vival about 95% (Jankovié et al., 1999), or even 100% (Pejin, 1989).
Freezing of yeast suspension in water affects decreased fermentative activity.
The decrease of fermentative activity is lower when yeast is frozen in starch
dough (Berglund, 1988).

Mayers and Attfield (1999) consider that the loss of yeast cell
viability is affected by freezing of intracellular water, resulting in damage of
cytoplasmatic membrane and increase of components in the cytoplasma. This
can affect decrease of pH value, increase of dry matter content, and decrease
of glycolytic enzymes activity in the cytoplasma.

According to Gao and Critser (2000), if the loss of water during
freezing is higher than the critical moisture content, the proteins and cyto-
plasmatic membrane are irreversibly denaturated, and this can cause the death
of cell. The denaturation of cell parts can be caused by: concentration increase
of some ions, change of pH, and hydratation decrease of macromolecules in
the cytoplasma. The fermentative activity of yeast in frozen dough is lower by
30—35%, compared to the control Mikincié¢-Pesut, 1989). Yeast resi-
stance during freezing is affected by duration of dough fermentation before the
freezing process, freezing and defrosting rate of dough, frozen storage time,
and temperature oscillations during storage (Giannou et al.,, 2003).

Several ways of decreasing the effect of freezing and frozen storage on
yeast survival and fermentative activity can be found in recently presented pa-
pers, even on improving characteristics and quality of frozen dough and ob-
tained bakery products: addition of hydrocolloids, lower water content in pre-
pared dough, higher amount of yeast, compared to the traditional production,
and shorter dough fermentation before freezing (Giannou et al., 2003), use
of instant yeast (Abd El-Hady et al., 1999), use of cryotolerant and/or
cryoresistant strains of bakery yeast (Takano et al., 2002), use of modified
yeast strains (Tanghe et al, 2000; Van Dijck etal., 2000; Tennis-
sen et al.,, 2002).

The aim of the research presented in this work was to investigate the
possibility of kapa-carragenan use to protect the yeast cells during freezing of
dough. x-carragenan-hydrocolloid — is biochemically inert, and can modify
the dough structure, bind the free water and control water migration in the
dough (Ribotta et al., 2004; Zezelj, 2005). Binding and immobilization
of water decreases the ice crystal formation, and also the damage of glutene
and yeast cells (Sharadanant and Khan, 2003b). This is significant
from the standpoint of production of bakery products from frozen dough.

MATERIAL AND METHODS

Average quality commercial T-500 flour was used for the production of
dough, which was frozen later. Quality characteristics were analyzed according
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to the Regulations on methods of physical and chemical analyses for quality
control of wheat, milling and bakery products, pasta and fast frozen dough
(Yugoslav Official Register, N° 74/1988).

Dough intended for freezing was prepared according to the following pro-
cedure: flour + water + bakery yeast (2,5% calculated on flour), placed in the
spin kneading machine with helical agitators, and mixed for 10 min at 85 rpm
(control). Aiming to investigate the effect of hydrocolloids on yeast, during
freezing of dough, x-carragenan (Fluka AG, Buch, Switzerland) was added as
a component into the dough prepared according to the described procedure.

The temperature of mixed dough was 20 + 1°C (Kenny et al., 2001).
The dough was divided into portions, formed without fermentation in mass
(Barconas etal., 2003), frozen at =35 + 1°C until —12 + 1°C was reached
in the centre of the sample (freezing chamber KOMA, the Netherlands), accor-
ding to producer’s recommendations. The frozen dough portions were packed
in PVC bags, and stored at —20 + 1°C (chamber KOMA), for 1, 7, 14 and 28
days. The samples were defrosted at +4 + 1°C for 12 hrs, and for additional
1,5 hr at +20 = 1°C. The number of living Saccharomyces cerevisiae cells was
determined according to the method given in the Rulebook on methods of per-
forming microbiological analyses and superanalyses of food products (Yugo-
slav Official Register N° 25, 1980). Pure cultures were transferred into the
liquid nutritive medium for yeasts (Mihajlovi¢, 1983). Specific growth
rate, and fermentative activity according to Einhorn (Reiff et al.,, 1960),
were determined in regular time intervals, during 24 hrs. The content of
cytochromes was determined by method according to Oure and Suoma-
lainen (1970), with the aim of determining the respiration intensity.

RESULTS AND DISCUSSION

Number and percentage of survived S. cerevisiae cells in frozen dough
are presented in Table 1. During frozen storage of dough for 28 days, the per-
centage of living cells from dough surface is 53,11%, and from the centre
54,95%. Comparing these results, it is quite clear that the cells in the centre of
the dough are protected from low temperature, and the number of survived
cells is higher. In dough samples, prepared with addition of k-carragenan, in
concentrations 0,1, 0,3 and 0,5%, the number and percentage of survived cells
increases both on the surface and in the centre. In dough with 0,5% a k-carra-
genan, the percentage of survived cells on dough surface is 61,23%, by 8,12%
higher compared to the control sample. In the centre 64,63% cells survived,
about 10% more compared to the control.
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Tab. 1 — Number and percentage of survived Saccharomyces cerevisiae cells in frozen dough
samples with different content of k-carragenan during storage

Number of living cells x 104 in 1g of dough

k-karagenan . - Survirval

content (%) Days of keeping at —20 + 1°C (dani) percei]ltage
0 1 7 14 28 cells

on surface 2350 2060 1562 1438 1248 53,11

0,0

in the middle 2475 2380 2123 1520 1360 54,95

on surface 2240 2090 1525 1498 1095 48,88

0,1

in the middle 2460 2110 1677 1570 1348 54,80

on surface 2320 1990 1572 1490 1345 57,97

0,3

in the middle 2450 2050 1648 1550 1525 62,33

on surface 2270 2100 1700 1425 1390 61,23

0,5

in the middle 2460 2030 1850 1630 1590 64,63

Tab. 2 — Specific growth rate of pure Saccharomyces cerevisiae cultures, isolated from frozen
samples: the control dough and dough containing k-carragenan

u-Specific growth rate (h—1!)

Days of Place of cell
keeping li Without k-karagenan With k-karagenan
at —20°C samphing
0—4 0—24 0—4 0—24
0 on surface 0.6074 0.1425 0.6575 0.1430
in the middle 0.5678 0.1452 0.6441 0.1420
1 on surface 0.5756 0.1510 0.6471 0.1390
in the middle 0.5269 0.1540 0.6427 0.1380
7 on surface 0.5175 0.1420 0.6307 0.1370
in the middle 0.5100 0.1300 0.5832 0.1360
14 on surface 0.5165 0.1350 0.5833 0.1300
in the middle 0.5099 0.1300 0.5175 0.1260
28 on surface 0.5170 0.1340 0.1813 0.1300
in the middle 0.4946 0.1300 0.0965 0.1360

Specific growth rates were calculated according to the method by Pejin
(1989), using the data on content of dry matter determined during multiplica-
tion on liquid nutritive medium, under intensive aeration, during 24 h, at 30°C.
Analyzing the results from Table 2, it can be seen that the growth of yeast
cells is very intensive during the first four hours. It is also interesting to men-
tion that the specific growth rate of cells, isolated from dough surface, is hig-
her than of cells isolated from the centre of sample. The specific growth rate
of pure S. cerevisiae culture decreases with longer storage of frozen dough. In
fresh state, the specific growth rate of yeast cells was 0,6047 x h—!, during the
first 4 hours of cultivation, and after frozen storage of dough at —20°C, for 28
days, it was 0,517 x h—!. The mean specific growth rate was calculated after
24 hrs of multiplication, and the obtained values showed that the specific
growth rate of pure S. cerevisiae cultures decreases constantly with longer fro-
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zen storage of dough. The mean specific growth rate decreases by about 10%,
during 28 days of storage at —20°C.

The addition of hydrocolloid k-carragenan affects positively the specific
growth rate of pure cultures isolated from frozen dough samples with addition
of 0,5% of k-carragenan. In dough samples, stored for 14 days in frozen state,
no significant decrease of specific growth rate, during the first four hours of
cultivation was estimated. However, the specific growth rate of pure cultures
isolated from dough, kept for 28 days at —20°C, was three times lower, com-
pared to the isolates without addition of k-carragenan. The ‘“lag-phase” of
these samples was considerably longer, causing decrease of specific growth
rate in the first four hours of cultivation. It is interesting to mention that the
mean specific growth rate, determined during 24 hours is higher for isolates
from frozen dough samples prepared with K-carragenan, than for solates from
frozen doughs without k-carragenan.

The results of fermentative activity of pure S. cerevisiae cultures isolated
from frozen dough samples, with and without k-carragenan, are presented in
Table 3.

Tab. 3 — Fermentative activity of pure Saccharomyces cerevisiae cultures isolated from frozen
dough samples, with and without k-carragenan

Days of cm3 CO,/1g dry matter
. Place of cell - -

keeping at sampling Without With

-20°C k-karagenan k-karagenan

0 on surface 46.41 96.29

in the middle 41.62 87.56

1 on surface 43.80 93.15

in the middle 42.26 67.47

7 on surface 43.90 68.68

in the middle 41.90 49.90

14 on surface 43.00 62.22

in the middle 39.80 49.10

23 on surface 42.04 46.88

in the middle 34.48 34.82

The fermentative activity of pure cultures isolated from frozen dough
samples, containing K-carragenan, was about 2 times higher compared to pure
cultures isolated from dough without x-carragenan (Table 3). This can be
explained by the fact that this hydrocolloid binds the water around yeast cells,
and protects them from freezing, preventing the formation of large ice crystals
which can damage the cell wall and cytoplasmatic cell membrane.

It is interesting to mention that the fermentative activity of cells on dough
surface is higher compared to the cells from the middle part. It leads to a con-
clusion that yeast cells, isolated from the dough surface, are less damaged by
the freezing process, than the ones isolated from the middle.

The results of fermentative activity determination for cells isolated from
frozen doughs after 28 days, show that the change of this characteristic is in-
significant for dough samples without k-carragenan.
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Respiratory activity e.g. content of cytochromes after multiplication for
24 h, under aerobic conditions, was also determined in pure cultures, isolated
from frozen dough samples, with and without addition of k-carragenan (Tables
4 and 5).

Tab. 4 — Influence of storage time on cytochrome content in pure culture cells isolated from do-
ugh samples

Days of Cytochrome moles x 105/kg yeast with 25% dry matter

Keeni Place of cell
eeping at sampling aay b c
—20°C 605 nm 444 nm 560 nm 532 nm 520 nm 550 nm
0 on surface 6.45 4.76 6.98 6.28 4.39 5.68
in the middle 5.32 3.72 5.76 5.76 3.92 4.76
1 on surface 5.24 4.33 6.68 5.46 3.34 5.27
in the middle 2.62 3.17 4.97 4.82 2.47 322
7 on surface 0.88 2.66 4.81 4.79 2.39 2.93
in the middle 0.87 2.10 4.70 4.72 2.35 2.89
14 on surface 0.65 2.70 5.76 5.73 2.85 7.00
in the middle 0.57 2.70 5.48 4.82 2.40 5.98
73 on surface 0.42 2.94 5.04 345 1.51 6.70
in the middle 0.37 2.58 4.99 3.00 1.45 5.70

The time of storage affects negatively the content of cytochromes aa,, b
and c (Table 4). The decrease of cytochromes aa, content is the highest, and of
cytochromes b, the lowest. Cytochrome content decrease points to lower acti-
vity of respiratory enzymes, which provide energy for the growth of cells. Due
to decreased enzyme activity, the yeast cells have no energy necessary for the
growth, resulting in decrease of specific cell growth activity.

Tab. 5 — Influence of storage time on cytochrome content in pure isolate cells, isolated from fro-
zen dough samples containing k-carragenan

Cytochrome moles x 105/kg yeast with 25% dry matter

Days of

. Place of cell
keeping at li aay b c
250°C sampling
605 nm 444 nm 560 nm 532 nm 520 nm 550 nm
0 on surface 5.76 4.79 6.76 6.25 4.47 5.47
in the middle 4.86 4.52 5.82 5.55 3.98 4.92
1 on surface 4.25 2.86 6.31 4.90 2.47 4.05
in the middle 3.86 2.26 4.14 4.58 3.63 5.86
7 on surface 0.99 2.29 6.29 4.72 3.53 5.78
in the middle 0.72 1.76 5.08 3.79 1.89 4.14
14 on surface 0.00 2.26 4.67 4.66 2.37 5.70
in the middle 0.00 1.66 3.99 3.58 1.85 3.90
28 on surface 0.00 1.29 3.89 4.66 2.33 4.76
in the middle 0.00 1.16 3.19 3.58 1.85 3.90

Kk-carragenan has no positive effect on the content of cytochromes in
yeast cells (Table 5). In yeast cells isolated after 14 days from frozen dough
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storage, the content of cytochromes aa, is about 10 times lower, the contents
of cytochromes b and c¢ are also lower, compared to the samples from frozen
dough without Kk-carragenan.
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YTULAJ 3AMP3ABAbA KBACHUX TECTA HA METABOJIM3AM
SACCHAROMYCES CEREVISIAE

Hymanka J. Ilejun, Mpena C. omanoBuh, CreBan . Ilomos,
3Bonumup J. Cyryposuh, JoBana A. Pankosuh,
Cunuma H. lonuh, Jenena M. omuh, Becna M. ByuypoBuh
Texnonomku dakynrer, byneap Llapa Jlazapa 1, 21000 Hosu Can, Cpbuja

Pesnme

V nekapckoj mpou3BOAbU pacTe MoTpeda 3a 3aMp3aBabeéM KBaCHMX TecTa. 3aMp-
3HyTa KBaCHa TeCTa MOIY C€ IYro YyBaTH Yy 3aMP3HYTOM CTarby 0€3 ryOUTKa KBaJUTeTa.
Ha oBaj HauuH Moxke ce moBehaTu KamaluTeT MeKapcKe MPOU3BOALE, a HA Taj HAYMH
CMambUTH MOTpeda 3a HONHUM pagoM Mekapa. [lpoilecoM 3amp3aBarba KBaCHUX TecTa
MOTIY C€ OLUTEeTUTHU KBacHe henuje M HUXOB €H3MMCKU CHUCTeM Tako Ja he HakoH of-
Mp3aBakba KBACHO TECTO MMATH JIOIIMjU TEXHOJIOIIKM KBaJIMTET (IPOAYKEHO Bpeme
depMeHTanje Tecta). Y pamy je UCIIMTUBAHO KAaKO Iepuo YyBarhba 3aMP3HYTOr KBa-
CHOI' TecTa yTMY€ Ha MpolleHaT MpexuBbaBawa Saccharomyces cerevisiae. Tlepuon
YyyBakhba KBaCHOT TecTa je 0uo 28 maHa, Ha temieparypu ,,—20°C”. TokoMm oBor mepuo-
Jla y3MMaHU Cy Y30pLHM 3a UCIUTHBare HakoH 1, 7, 14. u 28. maHa. Y HaBeJIeHUM TIie-
pronMMa y30piy ¢y OAMp3aBaHW Ha COOHOj TeMIepaTypM W ca TOBPIIMHE U U3 YHY-
TPalIbOCTU TecTa (MOJ acCeNTUYHUM YCJIOBMMA) Y3UMaHU Cy Y30pLIM KBAaCHOT TecTa U
y wuMa je onpehuBaH mpolieHaT npexuBenux henuja Saccharomyces cerevisiae. To-
KOM 4YyBarba KBACHOT TECTa Y 3aMP3HYTOM CTakby CMarbMBAO Ce IMOCTereHO Opoj mpe-
)kuBeaux henuja Saccharomyces cerevisiae. Hakon 28. naHa yyBama KBAaCHOT TeCTa
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y 3aMp3HYTOM CTamy IIpOLIeHAT MPEKMUBEIUX hesija Ha MOBPIIMHM TecTa je Ouo
53,11%; a y yHyTpaimocTu TecTa je 6uo 54,95%. JomaTak K-KapareHaHa y T€CTO I10-
Behao je mpoileHarT mnpexuBeaux heauja y YHYTpallHOCTM 3aMpP3HYTOT TecTa U IO
64,63%. On nipexkuBenux henuja S. cerevisiae U3 3aMp3HYTUX TeCTa METOIOM arapHUX
mioya (KoxoBoM MeTOIOM) M30J0BaHE Cy YMCTe KyaType. UucTe KyaType yMHOXaBaHe
Cy, 10 MOTPEOHUX KOJIMUMHA, Y ONTUMAJIHOj TEUHO] TIO/UIO3U 3a KBacue. Y henujama S.
cerevisiae onpehuBaH je caap)kaj LIMTOXpOMa CHEKTPO(GOTOMETPUJCKOM MeToaoM. o-
OWjeHn pe3yITaTy caapikaja IIMTOXpoMa Cy IMOKa3aJM Jia Mpollec 3aMp3aBarba KBACHOT
TecTa HUje YTUIIA0 HeraTMBHO Ha cap»aj LIMTOXpoMa y MpekuBeauM henujama S. cere-
visiae. YMHOx)eHUM henujama oapehuBaHa je Op3uHa pacta u (pepMeHTaTHBHA aKTUB-
HocT Einchor-oBom MeTomom.
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INFLUENCE OF THE CULTIVATION CONDITIONS
ON LIGNINOLYTIC ENZYME PRODUCTION IN
PLEUROTUS PULMONARIUS

ABSTRACT: The highest level of laccase activity (391 Ul-1), as well as significant
Mn-oxidizing peroxidases production, were found in solid-state culture with grapevine
sawdust as the carbon source. After purification of extracellular crude enzyme mixture of
Pleurotus pulmonarius, grown in the medium with the best carbon source (grapevine
sawdust), three peaks of laccase activity were noted. The results obtained by purification
also showed that the levels of phenol red oxidation, in absence of external Mn2+, were
higher than phenol red oxidation levels in presence of external Mn2+. The highest laccase
activity was in the medium with grapevine sawdust, as carbon source, and NH,CI at a ni-
trogen concentration of 30 mM (441 Ul-1). The best nitrogen source for Mn-oxidizing
peroxidase production was NH4NO; at nitrogen concentration of 30 mM. The highest lac-
case activity was found in the presence of 5 mM Cu2+, and 5 mM Mn2+, respectively. The
absence of Cu2+ and Mn2+, as well as their presence at the concentration of 1 mM, led to
the peaks of Mn-oxidizing peroxidases activities. Zn2+ and Fe2*+ caused a decrease, and Se,
in all investigated forms, an increase of laccase and peroxidases activities.

KEY WORDS: Pleurotus pulmonarius, laccase, Mn-oxidizing peroxidases, raw plant
materials, carbon and nitrogen sources, microelements

INTRODUCTION

Pleurotus pulmonarius (Fr.) Quél. is an edible and medicinal species that
belongs to the group of white-rot fungi, produces laccase (Lac), Mn-oxidizing
peroxidases [Mn-dependent peroxidase (MnP) and versatile peroxidase (VP)],
and aryl-alcohol oxidase (AAQ), and has an ability to modify and degrade lig-
nin, and other aromatic compounds (Mufioz et al.,, 1997). Due to those pro-
perties, it can be cultivated on different lignocellulolytic materials, such as
most agricultural wastes, sawdust, paper products etc. (Croan, 2000). This
species can transform raw plant materials to feed and fuel, and participates in
biopulping, biobleaching of paper pulp, bioremediation of soils, and industrial
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waters polluted with toxic chemicals and dyes, etc. (Reddy, 1995; Cerni-
glia, 1997; Ooi, 2000).

Ligninolytic enzyme production depends on cultivation conditions: sub-
merged or solid-state fermentation; carbon and nitrogen sources and concentra-
tions; presence of inducers and other small moleculs; and presence of different
microelements and their concentrations (Leontievsky etal, 1994; Man -
sur et al, 1997, Galhaup and Haltrich, 2001). Likewise, the signifi-
cance of P. pulmonarius intraspecies diversity in production of these enzymes
(Stajic et al., 2004).

Submerged fermentation (SF) and solid-state fermentation (SSF) are cha-
racterized by different physical and chemical features. SSF conditions are very
similar to those existing in nature on the wood substrates, and under them fun-
gi may synthesize ligninolytic enzymes, set differently from those under SF
conditions.

Agricultural wastes are produced in enormous amounts worldwide, 123 x
106 tons per year (Smith et al., 1988). Chemical and physical degradations
of raw plant materials are very expensive and inefficient processes, while bio-
logical degradation is more acceptable.

Grapevine sawdust and mandarine peels represent very common agricul-
tural wastes in some regions, and they are prospective substrates for the bio-
conversion into fungal biomass and ligninolytic enzymes. Grapevine sawdust
contained: 0.7—0.8% of total nitrogen, 1.6—1.8% of reducing substances,
12—13% of hemicellulose, 23—26% of cellulose, and 23—26% of lignin,
while mandarin peels contained 1.1—1.3% of total nitrogen, 11—14% of re-
ducing substances, 32—34% of soluble carbohydrates, 12—14% of cellulose
and, 9—11% of lignin (Tsiklauri, 1999). Microelement concentrations in
grapevine sawdust are: 107 ppm Mn, 13 ppm Cu, 30 ppm Fe, and 73 ppm Zn
(Kilby, 1999), while these concentrations in mandarine fresh fruit are signi-
ficantly lower: 0.4 gt—! Mn; 0.6 gt—! Cu; 2.6 gt—! Fe, and 0.8 gt—! Zn
(Chapman, 1968).

The purpose of these investigations was to study the effect of different
inorganic and organic carbon and nitrogen sources, as well as different micro-
elements on production of Lac and Mn-oxidizing peroxidases in P. pulmona-
rius, under SF and SSF conditions.

MATERIALS AND METHODS
Organisms and growth conditions

Pleurotus pulmonarius HAI 572 originated from Czech Republic, and
preserved in the culture collection of the Institute of Evolution, University of
Haifa (HAI) was used for the investigations.

The inoculum was prepared by growing fungus at room temperature (22
+ 2°C), on a rotary shaker at 180 rpm, in 250 ml flasks containing 100 ml of
synthetic medium (Staji¢ et al.,, 2004). After 7 days of cultivation, mycelial
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pellets were harvested and homogenized using a laboratory homogenizer at
10,000 rpm.

The effect of different carbon sources on the production of laccase
and Mn-oxidizing peroxidases

SF was carried out at room temperature, on a rotary shaker at 180 rpm, in
250 ml flasks containing 50 ml of the synthetic medium, which contained
either 1% of one of the investigated carbon sources (Table 2), or 4% of dry
ground mandarin peels. The initial pH of the medium with mandarin peels, as
a carbon source, was adjusted to 9.4 prior to sterilization, so that the pH
would be 6.0 after sterilization, while in other cases it was adjusted to 6.0. Ho-
mogenized suspensions (of 5 ml) were used for inoculation of one flask. Bio-
masses were separated by centrifugation after 5 and 7 days of cultivation, and
clean supernatants were used to estimate enzyme activity.

SSF was carried out at 25°C in 100 ml flasks containing 4 g of grapevine
sawdust, and 12 ml of modified synthetic medium (without glucose and with
4.0 gl-! of NH,NO;) pH 6.0. Suspensions (of 3 ml) after inocula homogeniza-
tion were used per flask. The extracellular enzymes were extracted after 7 and
10 days of cultivation, by sample grinding in a mortar, with 20 ml of distilled
water, for 5 min on ice. This procedure was repeated 3 times, and the obtained
extracts were mixed. Solids were separated by centrifugation, and supernatants
were used for measurements of the Lac and Mn-oxidizing peroxidases activities.

Three replications for each investigated carbon sources were used.

The effect of different nitrogen sources and concentrations on the
production of laccase and Mn-oxidizing peroxidases

One of the inorganic nitrogen sources [(NH,CI), (NH,NO,), (NH,H,PO,),
(NH,),SO,, and (KNO,), at a nitrogen concentration of 30 mM], or one of the
organic ones [bacteriological peptone, casein acid hydrolysate vitamin free, at
a concentration of 0.5%, and corn step liquor at a concentration of 0.8%] was
added to the modified synthetic medium without NH,NO, and with the best
carbon source for ligninolytic enzyme production.

The effect of different concentrations of the best nitrogen sources for the
enzyme production was studied in a medium with 20 mM, 40 mM, and 60
mM of nitrogen.

The effect of different microelements and their concentrations on the
production of laccase and Mn-oxidizing peroxidases
The effect of different concentrations of Cu?*, Mn%, Fe*, Zn?*, and Se, in

the forms of: CuSO, x 7 H,0, MnSO, x H,0O, FeSO, x 7 H,0, ZnSO, x 7
H,0, Na,SeO,, Na,SeO,, SeO,, on Lac, and the peroxidase production was stu-
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died in the modified synthetic medium with the grapevine sawdust, as the car-
bon source, and NH,NO,, as nitrogen source, at nitrogen concentration of 30
mM. The analyzed microelement concentrations were: (i) Cu** in the concen-
trations of: 0; 1 mM; 5 mM; 10 mM; (ii) Mn?* in the concentrations of: 0; 1
mM; 3 mM; 5 mM; (iii) 1 mM of Zn?*, Fe** or Se.

Enzyme activity assays

Laccase activity was assayed using syringaldazine as a substrate, and by
measuring the increase in absorbance at 525 nm (g 525 = 65000 M—! cm—!) for
60 seconds. The mixture contained: 0.1 M acetic buffer (pH 5.0), 1 mM syrin-
galdazine (dissolved in 96% of ethanol), and enzyme preparation (V,, = 1 ml).

Activities of Mn-oxidizing peroxidases were determined by 3 mM phenol
red as the substrate, in a buffer with the following contents: succinic acid diso-
dium salt, albumin from bovine serum, and DL-lactic acid sodium salt, pH 4.5
(e 610 = 22000 M—! cm—!). The mixture contained: buffer, enzyme prepara-
tion, 2 mM H,0,, and phenol red, with or without 2 mM MnSO, (V,, = 500
pl). Reaction was ceased by 2 M NaOH.

tot

Enzymes purification

Purifications of Lac and Mn-oxidizing peroxidases were carried out on
10-day-old solid-state culture of P. pulmonarius, using FPLC AKTA explorer
(Pharmacia Biotech. Sweden). The supernatant from the solid-state culture,
after centrifugation, was filtrated using a 0.45 um filter. The fluid was then
concentrated by ultrafiltration with a PM-10 membrane (10 kDa, Amicon).
The concentrated fluid was loaded onto a HITrap Q anion-exchange column (5
ml column, Pharmacia Biotech.) previously equilibrated with 20 mM sodium
acetate, pH 6.0. After washing with 6 column volumes (cv) of 20 mM sodium
acetate buffer, the enzyme was eluted by two linear NaCl gradients: 0—0.3 M
in 30 cv, and 0.3—1.0 M in 10 cv. 1.5 ml of each fraction was collected. Lac
activity of separated fractions was performed by 50 mM ABTS [2,2’-azino-bis
(3-ethylbenzothiazoline-6-sulphonic acid)] in phosphate buffer, pH 6.0 (¢ 436
= 29300 M—! cm—'), and Mn-oxidizing peroxidases activities by 3 mM phenol
red.

RESULTS AND DISCUSSION

Effect of different carbon sources on the production of laccase
and Mn-oxidizing peroxidases

P. pulmonarius produced Lac under both submerged and solid-state con-
ditions, while the peroxidases production was significant only in solid-state
cultures (Table 1). SSF conditions of grapevine sawdust were the best for Lac
production (391 Ul—!, after 10 days of cultivation), in comparison to other car-
bon sources.
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Tab. 1 — Laccase activity in Pleurotus pulmonarius depending on the carbon source in the me-
dium

Species Strain Carbon source Period of Lac activity
P (No.) cultivation (days) (Ul-h

Glucose 7 2.82 + 1.05
] 10 4.80 + 0.08

7 2203

Maltose 10 6.9 = 0.4

. 7 2.6 = 1.1
Mannitol 10 5.00 + 1.06
D-gluconic acid 7 7.24 = 0.02

sodium salt 10 18.4 = 0.5

. 7 2277 £ 2.5

P. pulmonarius 572 Xylan 10 12+ 2
7 7.5 0.7

Cellulose 10 150 + 1.8

Carboxymethyl 7 10.2 = 0.3

cellulose 10 16.2 = 1.1

Dry ground 5 245 = 0.08

mandarin peels 7 9+4
. 7 350 + 45
Grapevine sawdust 10 301 + 18

SSF conditions of wheat bran were also the best for Lac production by a
Brazilian strain of P. pulmonarius, and under these conditions, Lac was the
main enzyme produced by this mushroom (Marques De Souza, C. G,
2002).

Regarding significant Mn?** concentration in grapevine sawdust (Kilby,
1999), and the fact that only trace Mn?** concentrations could be enough for
MnP action M artinez, 1996), in this case, it can not be spoken about MnP
and VP activities, but only about activity against phenol red, in presence and
absence of external Mn?*, respectively. Activity against phenol red in presence
of external Mn?* increased during cultivation, while the activity in absence of
external Mn?* decreased (Table 2).

After purification of extracellular crude enzymes from 10-day-old culture
of P. pulmonarius, grown in the medium with the most optimum carbon
source (grapevine sawdust), three peaks of Lac activity (153 Ul-!, 477 Ul-1,
3018 Ul—'), and one peak of activity against phenol red, in absence of external
Mn2+ (11.71 Ul—!), were observed, which was in accordance with results of
Camarero etal (1996), who also obtained one peroxidase peak by purifi-
cation of 15-day-old SSF extracts of wheat straw.

Effect of different nitrogen sources and concentrations on the
production of laccase and Mn-oxidizing peroxidases

P. pulmonarius produced Lac and peroxidases under SSF conditions with
all investigated nitrogen sources and concentrations (Table 2 and 3).
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Tab. 2 — Laccase activity and activity against phenol red in presence and absence of external

Mn2+ in Pleurotus pulmonarius depending on the nitrogen source in the medium

. . Period of . Activity against phenol red
Speci Strain Nitrogen o Lac activity (Ul
pecies (No.) source cultivation (UL)
(days) + Mn2+ — Mn2+
Pentone 7 3524 + 213 481 £44 124 + 08
P 10 101.8 + 7.6 54 + 28 113 + 0.9
Eaflig} 2;2 7 368.6 + 22.6 297 + 24 156 + 0.8
tydroly 10 2769 + 162 443 + 7.8 19 £3
vitamin free
Corn step 7 2733 + 167 568 £ 5.1 16.6 = 0.9
liquor 10 251.8 + 0.7 374 + 4.1 14.9 £ 3.7
KNO 7 257 + 22 59.0 +32 134 +03
P 572 3 10 2019 + 145 319 £0.7 206 + 2.2
pulmonarius
NH.CI 7 325.6 + 302 322 £ 5.8 9.6 + 0.3
4 10 4410 = 11,6 41.0 + 0.5 3.8 =09
7 3358+ 19 403 +23  10.1 0.5
(NHy);504 10 311.7 £ 6.7 69.6 + 3.0 41+ 13
7 2402 + 1069 55.02 = 2.05 13.1 £ 1.3
NH,H,PO, 10 3102 + 326  61.2 + 3.8 4.6 + 0.1
7 2814 +243 716 £26 126 +05
NH,NO; 10 159.1 + 10.8  75.8 = 2.1 46 + 1.6

Tab. 3 — Laccase activity and activity against phenol red in presence and absence of external
Mn2+ in Pleurotus pulmonarius depending on the nitrogen concentration in the medium

Strain Nitrogen Nitrogen  Period of Lac Activity against phenol
Species (No.) qour%e concen- cultivation  activity red (Ul-1)
) ) tration (days) (UI-1 + Mn2+ _ Mn2+
20 mM 710 344.1 = 1.7 324 £ 0.1 11.16 £ 0.003
of N 384 + 2 5.13 £ 0.04 1697 = 0.02
P.
40 mM 2827 + 1.2 40.63 = 0.08 10.28 = 0.05
pulmo- 572 NHNO3 o N 0 1773+ 41 255+001 143 =01
60 mM 710 168.7 £ 0.8 3427 + 0.03 11.28 + 0.04
of N 2226 = 1.7 4.0 = 0.1 124 + 0.1

The Lac level was the highest in the medium with NH,CI, after 10 days
of cultivation (441.0 Ul—!), (Table 2). The peak of activity against phenol red,
in presence of external Mn?* was found in the medium with NH,NO;, at nitro-
gen concentration of 30 mM. This activity increased during cultivation, while
activity against phenol red, in absence of external Mn?*, decreased in the me-
dia with almost all investigated nitrogen sources (Table 2).

These results are in accordance with the results of Kaal et al. (1995),
who have also noted more significant lignin mineralization by P. ostreatus, in
the presence of the high nitrogen concentration, in the form of glutamate, than
in the nitrogen limited medium. On the contrary to those results, Hammel
(1997) and Master and Field (1998) emphasized that the ligninolytic
enzymes are produced during the fungal secondary metabolism, under condi-
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tions of limited nitrogen. M artinez et al. (1996) found MnP production in
P. eryngii, P. ostreatus, P. pulmonarius, and P. sajor-caju in peptone medium,
but it was not detected in media with other investigated organic nitrogen sour-
ces (corn-step liquor, malt extract, and ammonium tartrate).

Effect of different microelements concentrations on the production
of laccase and Mn-oxidizing peroxidases

P. pulmonarius produced Lac and Mn-oxidizing peroxidases in the media
with all investigated Cu?** and Mn?* concentrations (Table 4). Lac activity
showed the highest level at Cu** and Mn?** concentration of 5 mM, respec-
tively (413.19 Ul—! and 345.59 Ul—!, respectively, on the 7% day of cultiva-
tion), (Table 4).

Metal ions (Cu, Mn, Cd, Hg, Pb) are an important group of modulators
of ligninolytic enzyme activity (Wariishi et al.,, 1988; Baldrian and
Gabriel, 2002). Cu? has an important role in Lac synthesis, regulating gene
transcription (Palmieri et al, 2000; Galhaup and Haltrich, 2001),
as well as influencing the enzyme activity and stability (Baldrian and
Gabriel, 2002). Palmieri et al. (2001) explained the positive effect of
Cu? on Lac synthesis by the results which showed that Cu* concentration of
1 mM decreases the activity of extracellular protease (to 77%), which is res-
ponsible for Lac degradation. Likewise, Cu** concentration of 1 mM also had
a stimulatory effect on the Lac production in Trametes pubescens, and the op-
timal concentrations were 1.5—2.0 mM (Galhaup and Haltrich, 2001).
Mn?, Fe**, Zn?** did not show any significant effect on total Lac activity, but
they influenced the production of the different Lac isoenzyme (Palmieri et
al., 2000).

The highest levels of phenol red oxidation, in presence and absence of
external Mn?*, were obtained in the medium with 1 mM Cu?** (45.00 Ul—', on
the 10" day, and 65.25 Ul—!, on the 7" day of cultivation, respectively). Peaks
of these activities were noted in the medium without, and with 1 mM Mn?2*,
respectively (62.8 Ul—!, on the 10" day, and 67.3 Ul—!, on the 7% day of culti-
vation) (Table 4).

Mn?* is both an active mediator for MnP, and a regulator of MnP, Lac,
and lignin peroxidase production (Kerem and Hadar, 1993). Bonnarme
and Jeffries (1990) showed that levels of MnP production in Basidiomy-
cetes were higher in the medium with MnSO, or MnCl, (up to 24 times), in
comparison with those in the medium without Mn?*. Martinez et al.
(1996) and Camarero et al. (1996) showed that MnP production in P.
eryngii, P. ostreatus, P. pulmonarius, and P. sajor-caju, cultivated under sub-
merged and solid-state conditions, depended on the Mn?** concentration. M ar -
tinez et al. (1996) obtained the highest level of the peroxidase activity at P.
eryngii cultivation in the glucose/peptone/yeast extract medium, without Mn?*,
under SF conditions, and purified two peaks with Mn-independent activity.
However, Mn?* concentration of 5 uM produced significant decrease (approxi-
mately 90%), and no peroxidase activity was found at Mn?* concentration of
25 uM.
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Tab. 4 — Laccase activity and activity against phenol red in presence and absence of external
Mn2+ in Pleurotus pulmonarius depending on the concentration of Cu2+ and Mn2* in the medium

Strai Concentration Period of .. Activity against phenol red
Speci train -~ Cu2+ and ltivati Lac activity (UI-1
pecies ") Of Cu2* and  cultivation UL
Mn2+ (days) + Mn2+ _ Mn2+
Control 710 308.37 = 9.36 14.09 = 0.31 58.22 = 3.06
(-Cu) 21649 + 11.66 46.73 = 0.07 58.91 = 0.96
35521 + 3456 13.79 = 1.12 6525 = 2.22
ImMCu 710 50013 '+ 130 45.00 = 1.11 2546 = 4.95
5mMCu 710 413.19 += 6.72 9.83 = 0.79 13.35 =+ 1.34

14792 + 28.54 15.64 + 0.38  23.69 = 1.86

10mMCu 710 358.54 = 6.00  3.71 = 0.40 8.66 + 0.40
P. pulmo- 572 287.32 + 61.03 27.33 = 6.64 1439 + 1.03

narius Control 308.90 = 897 17.41 = 1.66 37.28 = 1.25

I+ |

(-Mn) 710 19957 + 13.63 6287 + 9.54 9.5 + 1.00
mon w0 e Gl gntie
M Mn 710 GRS O el aelss a4
i 0 JEBIEm Bk galen

The addition of Zn?* and Fe?* to the medium, at a concentration of 1
mM, led to decrease of Lac activity compared to the control. The presence of
the same concentration of Se, in the forms of Na,SeO, and SeO,, caused an in-
crease of Lac activity, while activity in Na,SeO -enriched medium was similar
to that in the control. The presence of Zn** or Fe** in the medium caused a
decrease, and the presence of Se a slight increase of phenol red oxidation le-
vels in both presence and absence of external Mn?*. According to Bal-
drian and Gabriel (2002), Zn* added to liquid nitrogen-limited me-
dium, at a concentration of 1 mM, caused a decreased Lac activity, which is
contrary to these results. There is no literature data about the influence of Fe
and Se on the production of Lac and Mn-oxidizing peroxidases by P. pulmo-
narius.

This study presents another attempt of finding the optimal conditions for
successful cultivation of P. pulmonarius, and production of the ligninolytic
enzymes, which have the most important role in the processes of biotransfor-
mation of raw plant materials to feeds and fuels, and paper manufacturing.
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Pesnme

HajBumm HuBo nakasHe aktuBHocTH (391 Ul-!) m 3HauajHa mpomykmnuja Mn-ok-
cunyjyhux mepokcumasza Hah)eHM Cy y UBPCTOj KYJATYpU ca MNUbEBMHOM BUHOBE JI03€
Kao U3BOpoM yrjbeHuka. [locie npeunnrhaBama ekcTpallesyjlapHe CUPOBE CMellle eH-
3uma P. pulmonarius xoja je pacia Ha TOIJIO3U ca HajOObMM HU3BOPOM YIJbEHUKA
(nMuspeBMHA BUHOBE JI03€e), 3a0esiekeHa cy TpU NMUKa Jaka3He akTuBHocTu. [Ipeunirha-
BalmbeM CMellle je Takol)e Mmoka3zaHo Ja Cy HMBOM OKcuaaiuje (peHosl peaa y OICYCTBY
criojbaliikber Mn2* OWJIM BUIM HETO HUBOWM OKCHaaluje (eHON pela y TMPUCYCTBY
crnojpalmker Mn2+, HajBuila j1aka3Ha akTUBHOCT je Owia y IOMJIO3U Ca MUJbEBUHOM
BMHOBE JI03€, Kao U3BopoM yrbeHuka, 1 NH,Cl npu koHueHTpauuju asota on 30 mM
(441 UI-"). Hajoomu u3Bop a3oTta 3a MpoAyKIujy Mn-okcuayjyhux mepokcuiasa je 61o
NH,NO; npu xoHueHTpauuju asora o 30 mM. Hajseha nakasHa akTMBHOCT je 3abe-
JiexkeHa y npucyctBy 5 mM Cu?t ogHocHO 5 mM Mn2+t. Mn-okcuayjyhe nepokcuaase
Cy MoKasajie MUK aKTUBHOCTHM Yy oacycTBy Cu?t u Mn2*, Kao M HUXOBOM IPUCYCTBY Y
koHueHTpauuju on 1 mM. TpucyctBo Zn?* u Fe2+ cy mpoy3poKoBalii cMambeibe, a Se,
Yy CBUM IpoyyaBaHuUM dhopmama, noBehame 1 JlakazHe U MEePOKCUIA3ZHUX aKTUBHOCTH.
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PRODUCTION OF EXO-PECTINASE BY
PENICILLIUM ROQUEORTI USING PUMPKIN OIL CAKE

ABSTRACT: Submerged fermentation (SmF) was carried out using the pumpkin oil
cake (PuOC) as a substrate for the production of exo-pectinase (exo-p) by Penicillium
roqueforti. PuOC was used as carbon, nitrogen and mineral source for fungi growth and
exo-p production. SmF was carried out in the production medium containing 0.2% KH,POy,,
0.1% MgSO,4 and 0.1% NaCl, supplemented with PuOC at 2% concentration. The obtained
results show that P. roqueforti cultivated in a liquid medium in the presence of PuOC as a
source of nitrogen, produced significant amount of exo-p, activity 161.03 U/ml.

KEY WORDS: pectinase, pumpkin oil cake, Penicillium roqueforti, submerged fer-
mentation

INTRODUCTION

Agro-industrial residues are generally considered as convenient substrates
for biotechnological processes (Pandey et al., 2000). Wheat bran (Su-
mantha et al, 2005, Taragano et al., 1997), sugar beet (Solis-Pe-
reira et al., 1993), coffee pulp (Boccas et al.,, 1994), lemon peel (Sies -
sere et al, 1989), apple pomace (Peric¢in et al.,, 1992), grape pomace
(Boltella et al., 2007) and deseeded sunflower head (P atil, 2006), have
been employed for the cultivation of microorganisms to produce pectinase. In
recent years there has been an increasing trend towards efficient utilization and
value-addition of oil cakes. Biotechnological process has contributed enor-
mously to such reutilization. There are several reports describing the applica-
tion of sunflower oil cake (SuOC), sesame oil cake (SOC), soy-bean cake
(SBC), coconut oil cake (COC) and olive oil cake (OOC) for microbial pro-
duction of enzymes (Ramachandran et al., 2006). In this respect, use of
pumpkin oil cake (PuOC), as fermentation media, may be of an interest.

PuOC cake is a by-product obtained after oil extraction from dried pump-
kin seed. Its only use is to feed animals and no other application has been
found, yet. Due to their composition (soluble sugars, crude proteins, crude fi-
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bers, lipids and trace amounts of minerals), PuOC could serve as a good sub-
strate for SSF and SmF production of enzymes.

Microorganisms, especially fungi, owing to their GRAS (Generally Re-
garded As Safe) nature, have now become popular, especially with respect to
enzyme application in the food industries (Pandey, 1992). Aspergillus and
Penicillium sp. are the predominant fungal sources of the pectinase (Botel-
la et al, 2007, Blandino et al., 2001).

Penicillium roqueforti is a filamentous fungus used in the dairy industry,
and plays an important role in blue cheeses production. Although P. roqueforti
is able to produce several mycotoxines, such as PR-toxin, eremofortin, roque-
fortin C, mycophenolic acid patulin, penicillic acid and isofumigiclavins, these
toxins are unstable or of low concentration (Valik et al., 1999). Some stra-
ins that are considered as GRAS are used as starters, for cheese production.

There are several reports describing the use of oil cake for producing
enzymes by different fungi, but there is no data about P. roqueforti.

The objective of this work was to investigate the potential of PuOC as a
substrate for the production of exo-p using a GRAS strain of P. roqueforti in
submerged fermentation (SmF). To the best of our knowledge this is the first
report on pectinase production using PuOC.

MATERIAL AND METHODS
Microorganisms and maintenance of culture
Penicillium roquefroti was used in this study. The fungi was grown and
maintained on potato dextrose agar (PDA) slants. Spore suspension of 10% spo-
res/ml in 0.1% of Tween 80, produced from one-week-old fully sporulated
slant, was used for inoculation.

Substrates

Substrates used in the study were PuOC. Chemical composition is shown
in Table 1.

Tab. 1 — Chemical composition of substrate (all values expressed as percent)
Constituent Value
Dry weight 97,62
Crude protein 63.52
Crude fiber 4.50
Crude fat 8.66
Soluble sugar 1.10
Ash 8.80
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Media and fermentation procedure

SmF was carried out by taking 50 ml of the production medium, con-
taining 0.2% KH,PO,, 0.1% MgSO, and 0.1% NaCl in 300 ml Erlenmeyer
flask. This was supplemented with PuOC at 2% of the concentration. All the
flasks were autoclaved at 121.5°C for 20 min and after cooling were inocula-
ted with 1 ml of spore suspension and incubated on a rotary shaker at 180 rpm
at 26°C for a desired period.

During the fermentation, samples (inoculated and without inoculate) were
collected from the shaker at regular intervals during 24 h (every day from the
beginning of the process) for further analysis. Samples were filtrated, and fil-
trate was used for measuring the pH, reducing sugars, proteins and exo-pecti-
nase activity. Solids were used for measuring the cell dry weight.

Biomass production measurement

Biomass production was measured as dry weight (DW). DW measure-
ment was based on differences between weight of filter paper measured before
and filter paper with biomass, measured after drying.

After filtration, filtrate was removed and solids on the filter papers were
dried at 40°C for about 2 days, until a constant weight was obtained.

Enzyme assay

Exo-pectinase (exo-p) activity was measured according to the literature
(Aguilar etal., 1990). One unit was defined as the amount of enzyme that
catalyzed the formation of 1 umol of galacturonic acid per hour at pH 5.0.

Analytical methods

Protein content was determined by the method of Lowry (1951), with
BSA as a standard.

Concentration of reducing sugars was examined by DNS method by
Miller (1959).

RESULTS

As it can be seen in Fig. 1, it was possible to grow P. roqueforti using
PuOC as the sole nutrient source in the culture medium. P. rogueforti biomass
was determined by measuring DW. Growth of P. roqueforti was low during
the first five days, but later an increase was obtained. This trend can be
explained considering both the rate of suspended solids consumption and the
rate of microorganism growth. Moreover, it is necessary to consider that DW
measurements from the bulk liquor include all solids present in the fermenta-
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tion broth. In this respect, we decided to measure both the inoculated medium
and the same one, but without inoculate (WI). The obtained results are in cor-
relation with previous works (Blandino et al., 2001, Webb et al., 1997).
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Fig. 1 — Dry weight time course in inoculated medium
and in one without inoculate

Fig. 2 showed that the production of exo-p was significant, under these
experimental conditions.

As it can be seen, exo-p showed two-phase kinetics. In the first stage, a
continuous increase in exo-p activity was observed, obtaining the highest value
on the 39 day. This phase is in correlation with lag phase of growth of P.
roquefotri (Fig. 1). In the second stage, 6" day of fermentation, second maxi-
mum was reached. In the beginning, fungi used for its growth the fermentable
sugars and synthesed basal activity of exo-p, which was followed by the
maximum activity of 111.75 U/ml. When the easy-degradable sugars were
exhausted from the medium, and basal activity of exo-p were secreted, the
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Fig. 2 — Time course of exo-pectinase production during
cultivation in shake flasks
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fungi started to degrade more complex compounds and exo-p activity started
increasing more, after the fourth day of the inoculation. New obtained maxi-
mum was 161.03 U/ml. Hydrolysing polysaccharides, the amount of reduced
sugar increased, although the fungi were using them for their growth (Fig. 3).
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Fig. 3 — Time course of reducing sugar during submerged
fermentation of P. roqueforti

Fig. 4 illustrated the comparison of time course of protein concentration
during the fungi cultivation, in fermentation medium and in medium without
inoculums (WI). The obtained results show an increase of protein amount, in
inoculated medium, which is in correlation with the production of enzyme sec-
retion, shown in Fig. 2.

The crude extract of the pectinase P. roqueforti showed high activity after
five days of cultivation, as it was shown in Fig. 1, which was followed with
the increase of pH in fermentation medium (Fig. 5).
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Fig. 4 — Time course of soluble protein during submerged
fermentation of P. roqueforti
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Fig. 5 — Time course of pH during submerged fermentation
of P. roqueforti

DISCUSSION

Based on the results, we found that P. roqueforti cultivated in a liquid
medium in the presence of PuOC as a source of nitrogen, produced significant
amount of exo-p. Firstly, fungi used the fermentable sugars from the cake for
their growth, and later they started consuming more complex compounds,
which led to higher concentration of reducing sugars in the cultivation me-
dium. After six days of fermentation the amount of reducing sugars in medium
with and without inoculation, were 1.67 and 0.44 mg/ml, respectively. It
should be also, pointed out, that with enzyme production, pH increases, which
is not in agreement with the findings of Friderich et al., 1989, who stated
that the growth of A. niger was followed with acidification and decreasing
of pH.
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[TPOAYKLIMJA EI'30-ITEKTUHA3A U3 PENICILLIUM ROQUEFORTI
HA BYHAEBUWHOJ YJbAHOJ ITOTAYA

Hparumwa M. Ilepuunn, Cenka 3. Mabhapes,
Jb. M. Panynosuh, Mapuja Llkpurap
Texnonomku ¢axkyntet, YHuBep3uter y Hosom Cany,
byn. Lapa Jlazapa 1, HoBu Can, Cpbuja

Pesnme

umb oBor pama je OMO MCTpaKMBakhe MUKPOOMOJIOIIKE KOHBEP3Uje U PeBaIOpU-
3anuje OyHaeBuHe ybaHe norade (PuOC) momohy 6moTexHoI0mIKUX ITocTynaka. M3se-
JleHa je cyOMep3Ha KyaTuBauuja nomohy ruiecHu Penicillium roqueforti (I'PAC cra-
TyC), a y Wby AoOujarba er3o-neKTuHasa (erso-i).

Cyomepsna ¢epmenranmja (Cm®) usseneHa je y teunoj nomiosu ca 0.2% KH,PO,,
0.1% MgSO, u 0.1% NaCl, y xojy je momaro 2% PuOC. JoOujeHu pa3yiaraTu MOKasyjy
Jla je mpoaykiija er3o-n nomohy P. roqueforti y oBakBoj Mnoajio3u moryha, ia ce eH-
3UM TIOKOpEBa IBOCTENIEHO] KUHETUIIM W Ja MMa MPBU MAKCUMyM aKTUBHOCTH, Bpea-
Hoctu 111.75 U/ml, tpeher naHa KyiaTuBaluje U APYrM MaKCUMyM, 4uja je BPEAHOCT
161.03 U/ml, mector maHa mpoiieca.
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EFFECTS OF LACTOBACILLUS SPP. ON MOULD AND
YEAST GROWTH IN THE ENSILING PROCESS

ABSTRACT: The paper includes the results of effect of preparations Biomax SI
(Lactobacillus plantarum) and Biomax WS (L. plantarum and Pediococcus pentosaceus) on
mould and yeast growth in the ensiling process. The following has been analyzed: total
number of mould and yeast, specific rate of mould and yeast growth, pH, content acid (lac-
tic, acetic and butyric acid), moisture and temperature in bales during 30 days of lucerne
ensiling.

KEY WORDS: bacterial inoculates, Biomax SI, Biomax WS, ensilage of lucerne, lac-
tic acid bacteria, Lactobacillus plantarum, lucerne

INTRODUCTION

In the case of intensive animal production concept of feed production
should be based on the maximum use of natural resources. The aim of this
concept is the produce enough quantity of ponderous feed during the whole
year. Ponderous feed is mostly made from hay, silage and ensilage of lucerne,
grass leguminoze mixture, silage of corn etc. There is a need for higher quality
of lucerne ensilage during the whole year. In order to provide the best quality
ensilage, bacterial inoculates, Biomax SI and Biomax WS, were used.

Using bacterial inoculates as additives, which main metabolic production
is lactic acid, is a natural way to intensify the process of fermentation in si-
lage, and decrease the pH value in order to provide efficient conserving of nu-
tritive components. The importance of using bacteria as additives for ensiling
is in numerous advantages they have over chemical additives: easy use, safe
action, they are not corrosive for machines, and they do not pollute the envi-
ronment (Antov et al., 2004).

According to Bolsen (1999) and Bolsen et al. (2000), in USA 150
additives are used, of which 80 are bacterial additives. There are 203 additives
available on the market of the European Union, of which 87 are bacterial addi-
tives.
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The main aim of this research was to investigate the effects of Biomax SI
and Biomax WS preparations on moulds and yeasts during the ensilage pro-
cess of lucerne.

MATERIAL AND METHODS

In these experiments, ensilage of lucerne, harvested in 2005 in Vojvodina,
on the parcels of company “PIK-Becej” A.D. “Poljoprivreda” was used. In the
first experiment, harvested lucerne was treated with Biomax SI. In 100g of
Biomax SI 100L water without chlorine was added, and well homogenized.
Two litres of this solution were sprayed on one tone of lucerne sheeted to
20—30 cm layer. Then, lucerne baling, using six layered of polyethylene foil
was performed by Krone press machine and bales of 500kg weight were for-
med. In the second experiment, 60g of Biomax WS was diluted with 200L of
water without chlorine and well homogenized. Two litres of this solution were
sprayed on one tone of lucerne, and bales of 500kg weight were formed in the
same way as in the first experiment. The samples were taken from the bales
treated with Biomax SI and Biomax WS, during the first six days and then on
the 12, 18®h, 24* and 30" day of ensiling.

Biomax SI is an additive for silage of grass, clover, fresh lucerne, corn
and silage of whole plant. It is produced by CHR Hansen Denmark and it con-
tains Lactobacillus plantarum (50 billions CFU/g).

Biomax WS is an additive for silage of corn and whole plant. It is produ-
ced by CHR Hansen Denmark and it contains Lactobacillus plantarum and
Pediococcus pentosaceus (50 billions CFU/g).

All used materials were sampled according to the feed sampling methods
regulated by the “Pravilnik o metodama uzimanja uzoraka i metodama fizic-
kih, hemijskih i mikrobioloskih analiza — SI. list SFRJ br. 15/1987”.

Investigation of the effects of Biomax SI and Biomax WS preparations
on moulds and yeasts, during the ensilage process of lucerne, was performed
in two experiments. In the first experiment, the samples were taken from bales
treated with Biomax SI, during the first six days, and then on the 12%, 18",
24% and 30" day of ensiling for performing microbiological and chemical
analyses. Microbiological investigation included the determination of total num-
ber of moulds and yeasts, and specific rate of mould and yeast growth. The
following analyses were done: measurements of pH value, acid content (lactic,
acetic and butyric acid), moisture and temperature in bales of lucerne during
30 days of ensiling. In the second experiment, the samples were taken from
bales treated with Biomax WS, in the same manner as described above.

The evaluation of total number of moulds and yeasts was performed ac-
cording to the indirect Koch’s method (Skrinjar, 2001).

The evaluation of specific rate of mould and yeast growth was achieved
using the equation (Pejin, 2003): u = (In N (t) — In N (0))/t (u — specific
rate of microorganism growth, N (t)-number of microorganisms in time t, N
(o)-number of microorganisms in time zero, i.e. at the beginning, t-time).

Chemical analyses (measurements of pH value, acid content (lactic, acetic
and butyric acid content by destilation), moisture and temperature in bales of
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lucerne) were performed according to the methods of Kolarski and Pa-
vlicevié (1970).

RESULTS

The effects of Biomax SI and Biomax WS preparations on the total num-
ber of moulds are presented in Table 1 and Figure 1.

Tab. 1 — Effects of preparations Biomax SI and Biomax WS preparations on total number of mo-
ulds during 30 days of lucerne ensiling.

M Ist ond 3rd 4th 5th 6th 12th 18th 24th 3(th
day day day day day day day day day day

SI 1.280 3450 3.650 3.200 2.580 1.580 0 0 0 0

WS 1.950 4.550 5.500 5.450 4.200 2.900 0 0 0 0

NM — number of moulds; SI — Biomax SI; WS — Biomax WS
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Fig. 1 — Effects of Biomax SI and Miomax WS preparations on total number of moulds

during 30 days of lucerne ensilage

The effects of preparations Biomax SI and Biomax WS preparations on
the specific rate of mould growth are presented in Figure 2.
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Fig. 2 — Specific speed of mould growth during 30 days of ensiling lucerne treated with
Biomax SI and Biomax WS

The effects of Biomax SI and Biomax WS preparations on total number
of yeasts are presented in Table 2. and Figure 3.

Tab. 2 — Effects of Biomax SI and Biomax WS preparations on total number of yeasts during 30
days of lucerne ensiling

NY 1st 2nd 3rd 4th 5th 6th 12th 18th 24th 30th
day day day day day day day day day day

ST 180 650 1.000 1.110 1.130  1.120 120 110 0 0

WS 260 710 1.250 1.350 1.400  1.390 150 120 0 0

NY — number of yeasts (x 10°); SI — Biomax SI; WS — Biomax WS

marde mB pemid

Fig. 3 — Effects of Biomax SI and Biomax WS preparations on total number of yeasts
during 30 days of lucerne ensilage
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The effects of Biomax SI and Biomax WS preparations on the specific
rate of yeast growth are presented in Figure 4.

o

Fig. 4. — Specific speed of yeast growth during 30 days of ensiling lucerne treated
with Biomax SI and Biomax WS

Figure 5. represents the changes in pH value of lucerne ensilage treated
with Biomax SI and Biomax WS during 30 days of ensiling.

Fig. 5 — pH value in lucerne ensilage treated with Biomax SI and Biomax WS during
30 days of ensiling

Figure 6. represents the percentage of lactic acid in lucerne ensilage trea-
ted with Biomax SI and Biomax WS during 30 days of ensiling, and Figure 7.
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represents the percentage of free and total acetic acid in lucerne ensilage trea-
ted with Biomax SI and Biomax WS during 30 days of ensiling.

il / -

d e\
| A

= mrtn meed Br—aa WS

Fig. 6 — The percentage of lactic acid in lucerne ensilage treated with Biomax SI
and Biomax WS during 30 days of ensiling
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Fig. 7 — The percentage of free and total acetic acid in lucerne ensilage treated
with Biomax SI and Biomax WS during 30 days of ensiling

In Table 3. and Table 4. contents of free and total butyric acid in lucerne
ensilage treated with Biomax SI and Biomax WS during 30 days of ensiling
are displayed.
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Tab. 3 — Effects of Biomax SI and Biomax WS preparations on free butyric acid during 30 days
of lucerne ensiling

FBA 1st 2nd 3rd 4th 5th 6th 12th 18th 24th 30th
day day day day day day day day day day

SI 0 0 0 0 0 0 0 0 0 0

WS 0 0 0 0 0 0 0 0 0 0

FBA — free butyric acid; SI — Biomax SI; WS — Biomax WS

Tab. 4 — Effects of preparations Biomax SI and Biomax WS preparations on total butyric acid
during 30 days of lucerne ensiling

TBA Ist 2nd 3rd 4th 5th 6th 12th 18th 24th 3(th
day day day day day day day day day day

SI 0 0 0 0 0 0 0 0 0,01 0

WS 0 0 0 0 0,01 0 0 0 0 0

TBA — total butyric acid; SI — Biomax SI; WS — Biomax WS

In Figure 8. and Fig. 9. moisture in lucerne, and temperature in bales of
lucerne ensilage treated with Biomax SI and Biomax WS during 30 days of
ensiling are shown.

& rrevey e g

E

Fig. 8 — Moisture in lucerne during 30 days of ensiling treated with Biomax SI
and Biomax WS
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Fig. 9 — Temperature in bales of lucerne ensilage treated with Biomax SI and
Biomax WS during 30 days of ensiling

DISCUSSION

From the obtained results, it can be seen that both preparations, Biomax
SI and Biomax WS, completely supressed the growth of moulds on the 12®
day of ensiling (Table 1, Fig. 1. and Fig. 2).

The presence of moulds in silage can change its savor, and nutritive value
and decrease the content of carbohidrates and proteins in silage. Yet, the most
important is that moulds in silage can disintegrate proteins and produce myco-
toxins. The presence of moulds does not always mean the production of
mycotoxins, but under certain conditions, the production of mycotoxins can be
very fast and toxins can be very stable for a long period of time after the stunt
of moulds. Aspergillus fumigatus is capable of producing toxic alkaloid klavin
(Edwards and McDonald, 1989).

The conditions that favour the growth of moulds are (Antov et al,
2004): moisture above 13%, relative moisture above 70%, temperature over
13°C, easily acceptable nutritive ingredients, pH value above 5, presence of
oxygen.

The growth of moulds in silage will be inhibited by low pH value,
however it can be supported by the presence of non fermentable carbohidrates.

Toxigenic strains of moulds can provoke intensive intoxications in hu-
mans and animals. Toxigenic strains belong to genera Aspergillus, Fusarium,
Penicillium, Stachybotris, Claviceps, Ustilago and Puccinia. The strains grow
and produce mycotoxins in food and feed only under appropriate conditions of
moisture and temperature. One should bear this mind during storing and pre-
serving feed, particularly grains (Radanov-Pelagic¢, 2000).

The number and types of filospherical microorganisms depend on: plant
type, composition and amount of exudates, pH value, temperature and mois-
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ture. According to Govedarica and Jarak (2001) there are 10° and 108
CFU/g of bacteria and yeasts on plants which are used for feed preparation.
These findings are in accordance with the results gained in this paper. The ini-
tial number of yeasts was 180 x 10° in the ensilage of lucerne treated with
Biomax SI (Table 1), and in the ensilage of lucerne treated with Biomax WS
was 260 x 10°¢ (Table 2).

From the results shown in Table 2. and Figure 3. it can be seen that both
preparations (Biomax SI and Biomax WS) reduced the number of yeasts
totally on the 24% day of ensiling.

According to Antov et al. (2004), the majority of yeasts grow on tem-
perature between 0 and 37°C, but several of them are adapted to temperatures
above 43°C. The number of yeasts increases if the temperature is higher than
40°C during the aerobic spoilage. They are more sensitive on higher tempera-
tures than clostridiums. It has been noticed that the number of yeasts usually
grow during wilting of sow, that is obvious for fermentative yeasts and yeasts
that are using lactate. That explains why aerobic spoilage is more frequent
when ensiling drier mass with low compactness. Since soil is a reservoir of
yeasts, the possibilities of contamination during wilting are higher, especially
after the mechanical turning over of wilting mass. Silages with yeast popu-
lation that counts 10°CFU/g are considered especially susceptible to aerobic
spoilage. After two or three days of aerobic exposure the total number of
yeasts can increase to 10'2CFU/g. Diffusion of oxygen is very important for
population of yeasts that assimilate lactate. Yeasts usually grow in the range of
pH values from 3 to 8, while the optimal level for the most of them ranges
from 3,5 to 6,5. Under aerobic conditions, they tolerate the presence organic
acids (lactic, acetic, citric, malatic, propionic, fumaric acid) better than other
microorganisms.

It can be concluded that both preparations have the same effects on the
specific rate of yeast growth during 30 days of lucerne ensiling (Figure 4).

Lucerne, grass, small grain corn with high moisture content, usually react
well to microbiological inoculation with homofermentative lactic acid bacteria.
Recapitulating the results of the researches that were published in the period
1985—1990, Muck and Bolsen (1990) concluded that in more than 2/3
in inoculated silages was a significant decrease in pH value and increase in
lactic acid content, which is similar to the results obtained in this paper (Fi-
gure 5). In the experiment of lucerne ensiling with Lactobacillus plantarum
(Antov and Cobié, 1991), the obtained lactic acid content varied from
8,94 to 10,95% in the silage with 30% of dry matter (d.m.) and in the silage
with 50% d.m., the lactic acid content ranged from 4,59 to 6,91%, which is
not in agreement with the results achieved in this paper, where the lactic acid
content ranged from 0,80 to 2,50% for lucerne ensilage (44,20% d.m.), treated
with Biomax SI and from 0,66 to 1,96% for lucerne ensilage (44,30% d.m.),
treated with Biomax WS (Figure 6).

Regarding the effects of Biomax SI and Biomax WS preparations on ace-
tic acid content (Figure 7) in lucerne ensilage (44,20% d.m.) treated with
Biomax SI, the acetic acid content ranged from 0,40 to 1,13%, and in lucerne
ensilage (44,30% d.m.) treated with Biomax WS, the acetic acid content ran-
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ged from 0,86 to 1,48%, which is in conflict with the findings of Antov and
Cobic¢ (1991), where acetic acid content continuously decreased from 2,14
to 0,81% (30% d.m.) and from 0,98 to 0,51% (50% d.m.).

Percentage of free butyric acid was 0 in both treatments, while very low
content of total butyric acid (0,01%) was found in lucerne ensilage treated
with Biomax SI on the 24" day of ensiling, and on the 5% day of ensiling in
lucerne ensilage treated with Biomax WS. These results prove the good tech-
nological procedure during the ensiling as well as positive effects of Biomax
SI and Biomax WS on the ensiling process (Table 3. and Table 4).

At the end, it should be emphasized that bacterial additives as well as
enzymes, are not so omnipotent to produce qualitative ensilage from low
quality material, using inapropriate technological procedure (Antov et. al,
2004).
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VYTULAJ LACTOBACILLUS SPP. HA TUUIECHHW 1 KBACLE
Y MPOLUECY CEHAXKHWNPAHA JIYLIEPKE

Tujana I1. JumutpujeBuh
»ITUK-beuej”, , ITomonpuspena” A.Jl., bope Bnajkopa 61,
21220 beuej, Cpbuja

Pesume

Pan cagpxu pesdyiaTaTe McIuTHBam-a yTullaja aBa mpernapaTta Biomax SI (Lacto-
bacillus plantarum) n Biomax WS (Lactobacillus plantarum i Pediococcus pentosa-
ceus) Ha pacT IJISCHU U KBacalla y Ipoliecy CeHakupatba Jiylepke. PaljeHe cy cienehe
aHaju3e: yKynaH Opoj IJIECHU M KBacalla, crieurduyHa Op3uHa pacta IJIeCHU U KBa-
caua, pH, canpkaj kucenrHa (myeyHa, cupheTHa ¥ OyTepHa KucCelMHa), 3aTUM Bjara
U Temreparypa Ioj yTuiajem oba mpernapara y mpoiiecy ceHaxupara TokoMm 30 naHa.
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