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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.

The first scientific meeting MYCOLOGY, MYCOTOXICOLOGY AND
MYCOSES with international participation is organized with the aim of gathe-
ring as many as possible researchers from our country and other countries as
well, dealing with the same problematics.

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 first scientific meeting MYCOLOGY, MYCOTOXICOLOGY AND
MYCOSES with international participation is organized within Department of
Sciences of Matica srpska, and held from 20—22 April 2005 in Matica srpska.

President of the Scientific Committee
Professor Maria Skrinjar, Ph.D.
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FUNGI AND OCHRATOXIN A — FREQUENCY
IN FOOD AND RAW MATERIALS FOR THEIR
PRODUCTION IN SERBIA

ABSTRACT: Contamination of various types of foods (cereals and their products, ra-
isins, dry sausages, cheese) with moulds and ochratoxin A (OTA) was examined. All sam-
ples were contaminated with moulds to a different degree. About 25% of wheat samples
from the localities Ni§ and Leskovac, 70% from the locality Kikinda, graham flour (1 sam-
ple), barley flakes (1 sample), graham bread, barley bread, 60% of “healthy food” product
samples, 20% of dry sausage samples and 20% of melted cheese samples were contamina-
ted with OTA.

KEY WORDS: fungi, ochratoxin A, food, raw materials

INTRODUCTION

Ochratoxin A (OTA) in a mycotoxin very often detected in our country
in feeds and foods, as well as in raw materials for their production (Skri-
nJar et al., 1992, 2003, 2004; Stojanovi¢, 1999; Skrinjar and Ko -
cicé- Tanackov 2005).

OTA is a secondary metabolite of some fungal species from the genera
Aspergillus and Penicillium. According to Pohland et al. (1992), a fungal
species, first found to be able to produce a toxic metabolite, later named OTA,
is A. ochraceus. Our few-years investigations indicate that in mycopopulations
isolated from feeds and foods ochratoxin A — producmg Penicillium species
are predominant (Skrinjar, 1984, 1992; Skrinjar et al, 1989, 1991,
2002; Skrinjar and Danev, 1994; StO_]aIIOVIC 1999; Stojano-
vié et al., 2002). Having this in mind, it is necessary to point out high fre-
quency of P aurantiogriseum and P. chrysogenum. These species are known
for the production of various toxic metabolites, including OTA (Samson
and van Reenen-Hoekstra, 1988; Skrinjar, 1984; Skrinjar et

. 1992).



OTA can induce nephrotoxicity in various animal species. It is known as
an immunosuppressor, a teratogen, a genotoxin and a carcinogen metabolite.
Also, it is possibly involved in the Balkan endemic nephropathy in humans
(Petkova-Bocharova and Castegnaro, 1985; Petkova-Bo-
charova et al., 1988).

In this paper the results of the presence of OTA in some agricultural pro-
ducts and various kinds of food will be presented.

MATERIALS AND METHODS

Contamination of various agricultural products and some kinds of foods
with OTA and moulds was investigated as follows: wheat (25 samples), flour
(3 samples — graham, rye, barley) bran (1 sample), “kernels of health” (1
sample), bread (4 samples), bio goods (1 sample), “healthy food” products
(corn flakes — 3 samples, wheat flakes — 3 samples, oat flakes — 3 samples,
whole grain rice — 3 samples, raisins — 3 samples), dry sausages (15 sam-
ples) and cheeses (145 samples).

In all samples mycological (determination of total viable counts of mo-
ulds per 1 g, isolation and identification of fungal species) and mycotoxico-
logical analyses were carried out.

Moycological analyses. The determination of the total number of fungi per
1 g of sample and their isolation were performed using standard Koch’s met-
hod and/or direct plating method. Sabouraud maltose agar with streptomycin
(0.01—0.02%) was used as an isolation medium. Incubation was carried out at
25°C for 5 to 7 days. Identification of fungal species was done according to
Samson and van Reenen-Hoekstra (1988).

OTA analyses. Qualitative and quantitative determination of OTA was
performed by TLC (Balzer et al., 1978) and fluorometric methods (Fluoro-
meter, VICAM, Series 4, USA).

RESULTS AND DISCUSSION
All wheat samples originating from localities Ni§ and Leskovac were

contaminated with moulds (0.8 to 2.5 per kernel). OTA was detected in five
samples (Table 1) in concentrations from traces to 40.0 pg/kg.

Table 1. Occurrence of ochratoxin A in wheat originated from Ni§ and Leskovac

Sample no. Wheat/Sort Locality Conc. of OJ;A

ug - kg

1 Rodna Nis _a

2 Pobeda Nis o

3 Evropa Nis _

4 Danica Nis 8.50

5 Novosadska rana Ni§ traces

6 Proteinska Nig _

10



7 Milica Nis 40.0

8 Slavija Nis —

9 Dicna Nis 16.0
10 Studenica Nis 40.0
11 Kragujevacka Nis —
12 Proteinska Leskovac —
13 Milica Leskovac —
14 Slavija Leskovac —
15 Studenica Leskovac —
16 PKB-Mlinarska Leskovac —
17 Sunce Leskovac —
18 Kragujevacka 56 Leskovac —
19 Beogradanka Leskovac —
20 Srbijanka Leskovac —

a toxin was not detected

Wheat kernels originated from the locality Kikinda were infested with
moulds to the same degree (0.9 to 3.2 fungy/kernel). It was found that even
70% of these samples were contaminated with OTA in concentrations between
8.0 (Nevesinjka — very fusarious fraction) and 48.0 ng/kg (Nora — very fusa-
rious fraction) (Table 2).

Table 2. Occurrence of ochratoxin A in different wheat fractions obtained from the region of Ki-
kinda

Sort Wheat Fraction Conc. of OTA pg - kg—!
Nevesinjka healthy —a
blackpoint —
little fusarious —
very fusarious 8.0
Jarebica healthy 16.0
blackpoint 320
little fusarious 320
very fusarious 32.0
Levcanka healthy 32.0
blackpoint —
little fusarious —
very fusarious 32.0
Kg 56 S healthy —
blackpoint 34.0
little fusarious 11.5
very fusarious 34.0
Nora healthy 11.0
blackpoint 11.0
little fusarious 16.0
very fusarious 48.0

a toxin was not detected

11



By investigating the fungal contamination of some types of flour and re-
lated products it was established that the total viable counts of moulds varied
from 10.0 (graham flour) to 8.5x10° (rye flour) per 1g. Fungi isolated from
these samples were classified into 10 genera and 21 species. The most frequent
were fungi belonging to the genera Aspergillus, Eurotium and Penicillium.
OTA was found in samples of graham flour and barley flakes (traces) (Table
3).

Table 3. Ochratoxin A in some milling products intended for special kinds of bread and goods

Sample Conc. of OTA pg - kg—!
Graham flour traces

Rye flour _a

Barley flakes traces

Bran _

“Kernels of health” —

a toxin was not detected

It was interesting to point out that bread prepared from OTA — contami-
nated graham flour and barley flakes consisted significant amounts of OTA
(360.0 and 80.0 pg/kg) (Table 4). An inadequate sampling of graham flour and
barley flakes was probably the reason of low concentrations of OTA in them.

Table 4. Ochratoxin A in different types of bread and goods

Sample Conc. of OTA png - kg—!
Graham bread 360.0

Rye bread —a

Barley bread 80.0

Diet bread —

Bio goods —

a toxin was not detected

All “healthy food” products were contaminated with fungi. Their number
ranged from 2.0 (oat flakes) to 4.0x10% per 1 g (corn flakes). About 20 diffe-
rent fungal species were isolated from the products. Aspergillus flavus, Euroti-
um herbariourum and Penicillium aurantiogriseum were the most frequent
fungi. OTA was found to contaminate even 60% of these samples (Table 5).

Table 5. “Healthy food” products contaminated with ochratoxin A

Sample No. of sample Conc. of OTA pg - kg—!
Corn flakes 1 40.0

—a

3 —

12



Wheat flakes 1 —
2 160.0
3 80.0
Oat flakes 1 80.0
2 160.0
3 traces
Whole grain rice 1 —
2 80.0
3 _
Raisins 1 56.0
2 40.0
3 _

a toxin was not detected

Two tea sausage samples were also contaminated with OTA (12.0 ng/kg)
as well as one samples of “kulen” (traces) (Table 6).

Table 6. Ochratoxin A in some dry sausages

Sausage Sample no. Conc. of OTA pg - kg—!
Tea sausage 1 —a
2 12.0
3 12.0
4 —
5 —
6 —
Budim sausage 1 —
2 —
3 —
4 —
5 —
6 —
“Kulen” 1 traces
2 _
3 —

a toxin was not detected

OTA was not detected in Trappist, Edam and Junior cheese samples (Ta-
ble 7). But, 17 samples of melted cheese were contaminated with the toxin in
concentrations from 5.5 to 16.5 pg/kg. Further, 6 samples of melted cheese
were suspected on the presence of OTA.

13



Table 7. Contamination of cheeses with ochratoxin A

Product No. of No. of OTA — Conc. of OTA

investigated positive samples pg - kg1
Trappist cheese 17 0 —a
Edam cheese 32 0 —
Junior cheese 12 0 —
Melted cheese 84 17 5.5—16.5

6 suspected
a toxin was not detected
CONCLUSIONS

A high incidence of ochratoxin A contamination of various types of agri-
cultural products and foods produced in our country was observed during this
few-years investigations.
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IMbUBULE U OCHRATOXIN A — ®PEKBEHLMJA PACITPOCTPABEHA
Y XXKUBOTHUM HAMWPHULIAMA U CUPOBUHAMA 3A HbUXOBY
MMPON3BOAKY V CPBUIN

Mapuja kpuwap!, 3. Mammh? u CynHunua Kouuh-TaHaukos!
I TexHosomku Gakyjarer
2 MTowonpuBpeanu ¢akynret, YHupep3uteT y HoBom Cany, Hosu Can

Pesume

M3BpieHa cy UCMUTHBaMba KOHTAMUHALMje Pa3IMUMTUX BPCTAa YKUBOTHUX Ha-
MUpHMIIA (KUTapuile M HUXOBU TIPOM3BOAM, CyBO rpoxhe, TpajHe kobacuile, cCHUp)
mwiecHuMa U oxpaTokciHoM A (OTA). CBu y3opuu OMJIM Cy KOHTAMUHUPAHU TUIECHU-
Ma y pa3nuuutoM crerneHy. Oko 25% y3opka mineHulle ca Jiokaautera Humr u Jlecko-
Ball, 70% ca nokanutera Kukunaa, rpaxam OpamiHo (1 y3opak), jeumene maxysbuie (1
y30paK), rpaxam xjaed u jeumeHu xiaebd, 60% npoussona ,3apase xpaHe”, 20% y3opka
TpajHux kobacuua u 20% y3opka TOIJLEHOT cupa Owio je KoHTamuHupaHo ca OTA.
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EVALUATION OF FEED COMPONENTS
CONTAMINATION WITH OCHRATOXIN IN VOJVODINA

ABSTRACT: Ochratoxin A is cancerogenic, teratogenetic, immunotoxic and nephro-
toxic. The mentioned order stresses the importance of this toxin concerning its harm to hu-
man health. The harmful effects of ochratoxin A include the effects at molecular level, such
as DNA fragmentation, protein synthesis inhibition, gluconeogenesis, lipid peroxidation, di-
sorder of oxydative phosphorization in mitochondria, inhibition of blood coagulation and
apoptosis. The presence of ochratoxin A in a great number of food samples, both of plant
and animal origin, is the obvious risk to human health, which is confirmed by the high inci-
dence of this toxin in samples of human serum and milk. It could be stated, with certainty,
that the above — mentioned facts are the reason for which the EU has paid great attention
to this mycotoxin in recent years.

This paper deals with the results of the analysis of the animal feed component sam-
ples for the period 2000—2003 concerning the ochratoxin A content. The analysed feed
components were taken from the farms with significant health problems of animals (not
monitoring). The samples were analysed by chromatography on a thin layer and with a li-
mited detection method for ochratoxin A of 40 ppb. The analysis was carried out on 108
maize samples, 11 barley samples, 21 wheat samples, 42 sunflower pellets samples and 47
soybean pellets samples (Table 1). The samples of sunflower pellets were contaminated in
the greatest percentage, which indicates the inadequate storage of this feed component.

KEY WORDS: barley, maize, ochratoxin A, soybean pellets, sunflower pellets

INTRODUCTION

Ochratoxin A (OTA) is a product of several moulds of the genuses:
Aspergillus and Penicillium. In the temperate climate zone this toxin is mostly
the product of mould P. verrucosum. A great number of countries, in which P.
verrucosum has been indentified as toxin — producing, have registered a sig-
nificant increase in its production during 2001. At present the toxin — produ-
cing P. verrucosum is not only present in Holland, Sweden, Norway, England,
Germany and Austria but also in Italy, Spain, France and Portugal. Still P.
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verrucosum is the only ochratoxin producer found. More than 100 isolates of
P. verrucosum from these environments have been fingerprinted phenotypi-
cally and examined for the production of ochratoxin A, and many different
clones have been found (O1lsen, 2002).

According to the other authors P. verrucosum sometimes produces, besi-
des ochratoxin A, also citrinin which is concidered to be its major synergist
(Lawior, 2001). The most frequent contaminated feed components are mai-
ze, wheat, barley and rye. And according to our research a significant contami-
nation of sunflower and soybean pellets has been observed. The infection oc-
curs before harvest and after harvest in storehouses, but the prevalent forma-
tion of ochratoxin is during storage. The problem lies in an inadequate drying
of feed components prior to storage or the poor storage conditions leading to
“hot-spots” of contamination. P. verrucosum requires a high water activity
(a, = 0.995), while its other characteristic is the tolerance to high concentra-
tion of CO, (even 50%).

A good storage practice comprises:

— Design of the top ventilation

— Control of the silo conditions before harvest — to avoid leakage

— Inspection of the upper layer before unloading

— Aeration system in silo

— Grain temperature system

Model describing the risk for condensation of water in the headspace.

In the grinding process, concerning wheat, a part of ochratoxin remains in
bran, a part in grinding waste, whereas 50% of ochratoxin A remains in white
flour.

In extruded products the quantity of ochratoxin is slightly decreased de-
pending on the temperature, moisture content and screw speed.

Ochratoxin destribution in feed components is rather heterogenic thus ma-
king the sampling a critical point in its detection. The sample is taken from
different places, its size depending on the amount of the stored food or the si-
ze of the means of transportation which makes it possible to avoid taking only
contaminated food.

After oral ingestion with foods and feeds, ochratoxin A is slowly absor-
bed from the upper small intestine. Reaching the systemic circulation, it binds
extensively to serum proteins, and translocates to and accumulates in the
kidney resulting in measurable residues, whereas lower residual concentrations
are found in the liver, muscle and fat. Transfer to milk has been demonstrated
in rats, rabbits and humans, but the percentage of ochratoxin A excreted with
milk of ruminants is limited, owing to the degradation of ochratoxin A by the
rumen microflora (Kwaliteitsreeks nr 89, 2003).

The Scientific Committee on Food expressed the opinion that exposure
should be below 5 ng/kg b. w./day (EC, 1998). The Joint Expert Committee
on Food Additives, in 2001, retained its previouonal Tolerable Weekly Intake
of 100 ng/kg b. w. Per week, pending the results of on-going studies on the
mechanisms of nephrotoxicity and carcinogenicity (WHO/FAO, 2001). The In-
ternational Agency for Research on Cancer (IARC) had evaluated ochratoxin
A in 1993 (IARC, 1993), and classified it as possibly carcinogenic to humans
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(group 2B), based on sufficient evidence for carcinogenicity in animal studies
and inadequate evidence in humans.

Approximately 40 countries around the world set regulatory or guideline
levels for ochratoxin A in food and animal feed in 2003 (FAO, 2004). In the
EU, harmonised regulations exist for ochratoxin A in raw cereal grains inclu-
ding rice and buckwheat, all products derived from cereals, dried vine fruit
and baby food (EC, 2002). EU-harmonised specific limits for ochratoxin A in
animal feedstuffs have not been proposed yet, but limits have been established
at the national level in 8 countries. These countries include Estonia, Lithuania,
Slovenia and Sweden, reporting the existence of limits for ochratoxin A in va-
rious feedstuffs (including feeds for cattle, pigs, poultry ond other farm ani-
mals). In addition to legislation on ochratoxin A in animal feed, national legi-
slation exists on ochratoxin A in products of animal origin in three countries:
Denmark (for pig kidney), Estonia (for pig liver) and Italy (for pig and derived
products) (EFSA, 2004). In our country the maximum quantity of ochratoxin
A is regulated by the Act “on maximum quantity of harmful substances and
ingredients in animal feed” (1990). The Act “on the amounts of pesticides,
metals and metalloids and other poisonous substances, chemotherapeutics, ana-
bolics and other substances which can be found in foodstuffs” (1992) regulates
the maximum amount of ochratoxin A allowed in wheat, flour, cereals, coffee,
spices, meat and meat products, milk and milk products.

MATERIAL AND METHODS

The analysis of 108 maize samples, 11 barley samples, 21 wheat samples,
42 sunflower pellets samples and 47 soybean pellets samples was carrid out.
All the analysed feed components were delivered to our laboratory between
2000 and 2003 from the farms with various health problems in animals and
from the animal feed plants. The content of ochratoxin in the mentioned feed
components was determined by the method according to Balzer et al
(1978). The procedure itself consists of the extraction of ochratoxin A from
the sample using acetonitrile, as well as by the extraction and purification of
mycotoxin using the chloroform in acid and base media. Qualitative and se-
mi-qualitative determination of ochratoxin A was carried out by chromatogra-
phy on a thin layer, with a limited detection method for ochratoxin A of 40 ppb.

RESULTS AND DICUSSION

Ochratoxin A occurrence in animal feed and feed components is predo-
minantly a problem of poor or inadequate drying of cereals prior to storage, or
poor storage conditions leading to “hot-spots” of contamination.

The results of our research are shown in Table 1. In the period of three
years 229 samples of feed components were analysed, almost half of which
were maize samples, which is quite understandable for our region where it is
the basic component of a feeding ratio for almost all the animal species, thus
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making the maize the most obvious cause of the health problems on a farm.
This was not without grounds in this case either as 50% of samples, according
to our analyses, were contaminated with ochratoxin A, and 6.5% of the total
number of the maize samples were contaminated with the highest amount of
ochratoxin of 0.5—1.0 mg/kg. What makes our analyses distinctive compared
with the majority of others is a high contamination of sunflower pellets with
ochratoxin A both in the previous period (Juri¢, 1999) and today. The re-
sults of these analyses show a 100% contamination of sunflower pellets sam-
ple with 42.8% of the analysed samples of this feed component was contami-
nated with the maximum amount of ochratoxin A (0.5—1.0 mg/kg).

Table 1. Ochratoxin A content in animal feed components obtained in Vojvodina region from
2000—2003 (mg/kg).

Feeds Total number Number of positive samples

of samples < 0.04 0.04—0.1  0.1—0,5 0,5—1,0
Maize 108 45 25 21 7
Barley 11 5 4 2 0
Wheat 21 7 11 3 0
Sunflower pellets 42 0 6 8 18
Soybean pellets 47 24 14 7 2

The high prevalence and high levels of OTA contamination in feed grains
can be explained by the unfavourable storage conditions, and this finding sug-
gests that OA-related health problems may arise in animals, and that foods of
animal origin may be contaminated with this mycotoxin.

According to the EFSA data (2004) there is a significant correlation
between ochratoxin A in grains, moisture content, storage period and geograp-
hic location. According to the EU data (EC, 2002) for 1500 samples of wheat,
oats, rye, barley and maize obtained from 1995—1999 in 11 European countri-
es only 61 samples (4%) contained over 1 pg/kg of ochratoxin A. The other
data obtained by EFSA (2004) are 11% of samples with ochratoxin content
higher than 1 pg/kg according to the researcher MacDonald or 28% of samples
with the ochratoxin A content 1 pg/kg according to Jonsson and Pettersson.
Particularly high levels of ochratoxin A contamination (1000 ng/kg) were re-
ported in samples of maize, wheat, rye, oats and barley from Austria, Bulgaria,
Poland and the Czech Republic. Data from Hungary (Fazekas, 2002) repor-
ted results from 30 feeding wheat, 32 feeding maize and 20 feeding barley
samples. OTA contamination was found in 26.7% of the feeding wheat, 15.6%
of the feeding maize and 35% of the feeding barley samples. The average va-
lues and the range of OTA levels found in the above samples were 12.2 and
0.3—62.8 ng/g, 4.9 and 1.9—8.3 ng/g, and 72 and 0.14—212 ng/g, respecti-
vely.

Ochratoxin A is lethal in five to six days at 1 mg/kg body weight. OTA
fed at 2.5 ppm in the diets of growing pigs was found to reduce growth rates.
Levels as low as 0.2 ppm for several weeks can induce detectable renal lesi-
ons. Additional clinical signs are diarrhoea, anorexia and dehydration. Someti-
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mes clinical signs are not observed, the only gross evidence being the appea-
rance of pale firm kidneys at slaughter (Lawior, 2001). OTA is a carcino-
gen and nephrotoxin which can enter the food chain resulting in human
exposure. As pig herds are exposed to OTA through their feed, their kidneys,
liver and pork meat are considered as a possible route of exposure for humans.
The programme randomly sampled 300 health and 100 nephropathic pig kid-
neys in 1997 and 710 healthy pig kidneys in 1998. Less than 10% of samples
were significantly contaminated by OTA: in the 1997 survey, 1% of the sam-
ples contained 0.40—1.40 pg/kg of OTA and in the 1998 survey 7.6% exhi-
bited OTA levels in the range 0.5—5 pg/kg. In the case of nephropathic
kidneys, only traces of OTA (0.16—0.48 ng/kg) were detected in six samples
out of 100. Even if not a major route of exposure for humans, pigs are clearly
exposed to this mycotoxin and monitoring of pork products and of feed for
swine is necessary (Dragacci, 2000). Blood serum, kidney, liver and mu-
scle sample per animal were collected from slaughtered pigs (n = 52) in Ro-
mania. A total of 98% serum samples were OTA positive in the range of
0.05—13.4 ng/ml. The incidences of OTA in kidney and liver were very simi-
lar (79%, 75%) with mean levels of 0.54 ng/g and 0.16 ng/g, respectively. The
lowest incidence (17%) and the lowest mean level contamination (0.15 ng/g)
were in muscle samples. The mean distribution in tissues followed the pattern
serum kidney liver muscle (100%; 26%, 8.5%; 2.57%) (Curtui, 2001).

Multiple source exposure assessment indicates that the overall contribu-
tion of animal products to human exposure does generally not exceed 3—10%
(EFSA, 2004).

CONCLUSION

The conclusion of this paper could be the recommendation of EFSA
(2004) to all EU member states and future member states.

1. There is a need to establish measures to reduce the formation of
ochratoxin A in feed commodities during transport and storage, including
on-farm storage, and to implement adequate control of moisture (water acti-
vity) and temperature changes during storage.

2. Analytical methods with appropriate limits of quantification for fee-
ding stuff need to be validated by collaborative studies.

3. The efficacy of feed control programmes should be assessed by sur-
veys of blood levels of ochratoxin A in pigs at slaughter.

4. More data are needed in order to establish a NOEL for pigs and
poultry.

5. In order to assess the significance of residue levels in animal tissues,
both with respect to animal health and to human exposure, more extensive oc-
currence data on ochratoxin A in animal tissues and products thereof and from
other foods, covering all member states, are required.

The paper has been financed by the Ministry for Science, Technology and
Development of the Republic of Serbia (Project: The development of the new
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and the improvement of the existing analytical methods and procedures for
monitoring the quality of the environment. Project No. 1622)
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EBATYALLMJA KOHTAMMWHALIMJE XPAHUBA 3A )KUBOTUHE
OXPATOKCHUHOM A Y BOJBOOAWMHU

Bepuua b. Jypuh!, bumana I1. A6pamosuh?, Bojucnasa I1. Bypcuh!,

Becenuna T. Pamanos-Ilenaruh!, Mrop M. Jajuh!, Jenena @. Jypuh!

I MowonipuBpenuu dakynrer, Jlemaptman 3a croyapctBo, Hosu Capn
2 T1pupomHo-maTemMaTuuku (akynarer, demaprman 3a xemujy, Hosu Can

Pesnume

OxpaToKCMH A je KaHIIEpOIreH, TePeTOreH, MMYHOTOKCUMYAH U He(PPOTOKCHUYAH.
Hab6pojanu penociien aaje BaXHOCT OBOM TOKCUHY Y TOIMJIEAY IUITETHOCTU JbYACKOM
3apaBiby. llITeTHOCTH OXpaTOKCHMHA A YKIby4yjy e(heKTe Ha MOJEKyJIapHOM HMBOY, Kao
wto cy omrehewa JIHA, mHxubuumja cuHTe3e NMpoTerHa, TJIyrOHeoreHes3a, JUMUIHE
nepoxkcupanuje, rmopemehaj okcugatuBHe (ocdopuialyje y MUTOXOHApUjaMa, MHXM-
OulIMja 3rpylliaBarba KpBU U arornro3a. [IpucycTBo oxpaTokcrHa A y BEJIMKOM Opojy
y30paKa XpaHe, Kako OMJbHOT TaKO U KUBOTUHCKOT MOPEKJa, eBUICHTAH je PU3MK 3a
JbYACKO 3MpaBibe, IUTO MOTBplyje BHUCOKAa (peKBeHIIMja MPUCYCTBA OBOI TOKCUHA Y
y30pLIMMa XyMaHOT cepyMa U MJjeka. Mormio 6u ce ca curypHouhy pehu ma cy ympaBo
Hampen HaBeleHe yuibeHulle pasior mro EU mocienrmux HEKOJMKO roarHa HajBehy
MaKwby MOKJIakha OBOM MMKOTOKCHHY.

Y oBOM pany mpuKa3zaHu Cy pe3yJTaTh aHAJIM3€ y30paKa XpaHWBa 3a KUBOTUHE
3a nepuon 2000/03. roguHe Ha caapikaj OXpaTOKCMHA A. AHaJlM3MpaHa XpaHUBA MOTU-
najga cy ca (apMu Ha KojuMa cy OMJIM M3paKeHW 3APaBCTBEHU MPOOJIEMU KO KUBO-
TUa (HUje MOHUTOPUHT). Y30pLM Cy aHaJIuM3UpaHU XpomaTtorpadujoM Ha TaHKOM
C/I0jy U ca JUMUTOM [eTeKLMje MeTone 3a oxpaTokcuH A ox 40 ppb. AHanusupaHo je
108 y3opaka kykypy3a, 11 y3opaka jeuma, 21 y3opak mineHulie, 42 y3opka CyHIIOKpe-
ToBe caume u 47 y3opaka cojuHe caume (TaGema 1). Y3opuM CyHLIOKpETOBE caume
KOHTAaMMHUPpAHU Cy y HajBeheM TpOlEHTy, IITO YKa3yje Ha HeaJeKBaTHO CKJIaIu-
LITEHE OBOT XPaHUBA.
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SURFACE MYCOFLORA IN STORED GRAINS
OF NAKED OATS

ABSTRACT: In the framework of small-site experiments we examined the bioprepa-
ration Supresivit S 2 containing the propagules of the antagonistic fungus Trichoderma har-
zianum.

The small-site experiments, which were carried out in the experimental plot of the
Department of Crop Production (University of South Bohemia in Ceské Budéjovice, Faculty
of Agriculture), were aimed at impairing the biotic fungistasis by biological means applied
to the grains of naked oats, variety Adam. Our objective was to accomplish surface micro-
bial analysis of stored naked oats grains, variety Adam, after the application of the biofun-
gicide Supresivit S 2 in combination with surface treatment of the grains and biological
screen applied during vegetation period.

In particular variants of the experiment we estimated the values of the levels of bac-
teria and fungi representation in the surface parts of stored grains and analysed the contents
of some mycotoxins produced by the fungi of the genus Fusarium.

The highest numbers of bacteria and fungi on the surface of the investigated grains
were found in the variant treated by the bioagent (Supresivit S 2), namely 82.000.000 spo-
res of bacteria and 110.000 spores of fungi (Cladosporium, Verticillium, Coelomycetum) per
1 g of grain. Also the fungi of the genus Fusarium were most numerous in the variant oats
— bioagent, namely 250 spores per 1 g of grain.

In all particular variants the amounts of mycotoxins were considerably below the
known effective doses for animals and plants. The largest amount of vomitoxin was found
in the variant chemical standard (Rovral TS, effective substance Carbendazim 17.5% and
Iprodion 35%) — 18 ug. Zearalenon was found in all variants below 5 ug.

Lower doses of ergosterin were found in the variant treated by the bioagent 4.7
mg/kg.

KEY WORDS: grains, mycotoxins, naked oats

INTRODUCTION

The aim of small-plot experiments carried out in university experimental
field belonging to the Department of Plant Production, University of South
Bohemia, was to disturb biotic fungistasis by means of a biological agent (Su-
presivit S 2-antagonistic fungus Trichoderma harzianum), applied to the grains
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of naked oats, variety Adam. We respected the fact that the most important
component of the environment influencing the survival of pathogene develop-
ment stages seems to consist in biological factors. Authors Sivan & Chet
(1989) carried out the planting of T. harzianum fungus in the roots of the
grown plants and thus reduced the amount of fungi Fusarium in the rhizo-
sphere.

In our operational experiments we applied the bioagent in the form of so-
lution during vegetation period with the aim to influence the microflora of
phyloplan. Also the authors Okrouhla (1993) & Michalikova (1994)
investigated the protection of plants by antagonistic fungus 7. harzianum aga-
inst pathogenes attacking the above-ground parts of plants — phyloplan pro-
tection.

Surface microbial analyses of grains after naked oats harvest were carried
out in cooperation with the Microbiological Institute in Linz (Lew 1995).

MATERIAL AND METHODS

Naked oats, variety Adam, was sown in the operational area in the plot of
the department of plant production by means of small-plot sowing machine.
The experiment took place in 12 small plots, each with the area of 6 square
meters. In variant no. 2 (oats, chemical standard) the grains were soaked with
Rovral TS (effective substance was Carbendazim 17.5% and Iprodione 35%).

In variant no. 3, oats were dusted with Supresivit S 2 and, during vegeta-
tion period at the beginning of wax ripeness in phase 83 DC, it underwent a
single treatment with Supresivit S 2. The amount of sprinkling solution was
about 2 litres per variant and was provided by hand pressure sprinkler Pilmet
(see Table 1).

Table 1: Organization of the small-plot experiment

Variant no Dose of Supresivit Dose of Rovral Supresivit application
per 2 kg of grains per 1 kg of grains (phase DC)

1. oats control — — —

2. oats chemical standard — 10 g —

3. oats bioagent 20 g — 83

During vegetation period we evaluated the health state of the observed
cereals. The development of diseases was assessed according to subjective sca-
le 1—9 (9-healthy plants with no symptoms of disease).

The harvest of naked oats, variety Adam, took place at the beginning of
full ripeness in phase 91 DC, during sunny, warm weather. The harvest itself
was done in the individual small plots. Particular variants were hand-mown
and individual yields were thrashed by the stationary thrasher Veb Fortschritt
K-119. In the presence of Dr. H. Lew & Dr. A. Adler (Bundesanstalt fiir
Agrarbiologie, Linz), 1 kg oats specimens of each observed variety were taken
and transported to Linz for microbial analysis of fungi and bacteria colonizing
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grain surfaces in stored variants, as well as for the assessment of the occurren-
ce of Fusaria secondary metabolites. Bacteria were investigated by cultivation
on IAG — bacterial agar; the representation of Verticillium, Cladosporium,
Coelomycetum fungi was tested on IAG — fungal agar, and fungi of the genus
Fusarium by cultivation on modified nutritional substance according to Pa-
pavizas (1985). Under laboratory conditions the average yield characteri-
stics were investigated (weight of one thousand grains and bulk weight).

RESULTS AND DISCUSSION

Macroscopic evaluation of the growth from the viewpoint of the attack of
serious pathogenes (Fusarium sp. div., B. graminis, P. graminis, U. avenae)
took place at the end of tasseling in phase 59 DC. The development of fungal
disease was assessed according to the scale of 1 to 9 points. In oats we obser-
ved moderate development of the fungus P. graminis in variant no. 2, chemi-
cal standard (8 points); in variants no. 1 (control) and no. 3 (bioagent) the
intensity of the disease was classified with 7 points (as shown in Table 2).
Further attacks of infection were stopped by high temperatures due to intense
sunshine in summer months. Fungi of Fusarium genus, powdery mildew of ce-
reals B. graminis and loose smut of oats U. avenae were not observed in our
small-plot experiments.

Table 2: Evaluation of naked oats plants (variety Adam) attacked by particular pathogenes

. Fusarium Blumeria Puccinia Ustilago
Variant no K S ..
sp. div. graminis graminis avenae
1. oats control — — 7 _
2. oats chemical standard — — 8 —
3. oats bioagent — — 7 _

The highest numbers of bacteria and fungi on the surface of the observed
grains were found in variant no. 3, oats, bioagent, namely 82.000.000 spores
of bacteria and 110.000 spores of fungi (Cladosporium, Verticillium, Coelo-
mycetum) in 1 g of oats. Also Fusarium fungi were most numerous in variant
no. 3, oats, bioagent, namely 250 spores in 1 g of grains (Table 3).

Table 3: Quantities of fungi and bacteria on the surface of naked oats

Variant no Bacteria Fungi (total) Fusarium sp. div.
1. oats control 65.000.000 40.000 150
2. oats chemical standard 60.000.000 85.000 150
3. oats bioagent 82.000.000 110.000 250

The table gives numbers of spores per 1 g of grains

The values of mycotoxin levels (Table 4) in particular variants were in all
cases deep below the known effective levels for animals and plants. The lar-
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gest amount of Vomitoxin was found in variant no. 2, oats, chemical standard
— 18 ug. Zearalenon was detected in all variants at levels below 5 ug.

Higher amounts of Ergosterin were found in variants no. 1, oats, control
— 5.3 mg, and oats, chem. standard — 5.2 mg, compared to variant no. 3,
oats, bioagent — 4.7 mg/kg of grains where the measured values were lower
(Table 4).

Table 4: Results of mycotoxins and ergosterin analyses in naked oats

Variant no Vomitoxin mg/kg Zearalenon mg/kg Ergosterin mg/kg
1. oats control 11 <5 53
1. oats chemical standard 18 <5 5.2
3. oats bioagent 7 <5 4.7

In laboratory conditions we examined basic yield characteristics, namely
the weight of 1.000 grains and bulk weight (Table 5). The highest values were
found in the variant treated with the bioagent (Supresivit S 2).

According to Hausvater & Trnkova (1993), VoZenilkova
(1993) and DusSkovd (1994), the stimulating effects of the fungi of Tricho-
derma genus in plants manifest themselves by better and faster germination
and sprouting, faster and entirely bigger growth, increased formation of leaves,
the root system is more powerful, and the total yield is increasing.

In our experiments the stimulating effects of the used biopreparation were
apparent in variant no. 3, oats, bioagent, the weight of 1.000 grains 33.0 g,
and bulk weight 703.3 g .1—! in comparison with the control untreated variant
where the values were considerably lower (var. no. 1, oats, control, HTZ 30.6
g, OH 672,0 g .1-"). The variant treated with Rovral TS showed lower weight
of 1.000 grains, and also bulk weight was lower compared to the variant with
bioagent treatment (var. no. 2, oats, chemical standard, HTZ 31.2 g, OH 688.5
g .1-1), as shown in Table 5.

Table 5: Bulk weight (OH) and weight of 1.000 grains (HTZ)

Oats-variety Adam

Variant no
OH HTZ
1. Control 672.0 30.6
2. Chemical standard (Rovral TS) 688.5 31.2
3. Supresivit S (T. harzianum) 703.3 33.0
CONCLUSION

In small-plot experiments we tested the biopreparation Supresivit S 2
containing the propagules of fungus 7. harzianum utilized against selected di-
seases in cereals (Fusarium sp. div., B. graminis, P. graminis, U. avenae). The
aim consisted in surface microbial analysis of the grains of naked oats var.
Adam after the application of the biofungicide Supresivit S 2 in combination
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with surface modification of the grains and biological screen applied during
vegetation period. Owing to high temperatures and intense sunshine during
summer months the infection causing the observed diseases was hindered and
thus it was difficult to precisely assess the efficiency of the applied bioagent
against selected pathogenes.

We examined the basic yield characteristics, the weight of 1.000 grains
and bulk weight. The highest values within the experiment were found in the
variant treated by the bioagent (Supresivit S 2-naked oats, variety Adam).

Very hot weather during maturing period and harvest influenced the
quality of harvested grains of naked oats (var. Adam). In all observed variants,
the levels of mycotoxins were considerably lower than the known effective do-
ses for animals and plants.

The contribution was supported by project MSM: J06/98: 122200002
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[MOBPIINMHCKA MHUKO®JIOPA ¥V YCKIIAAMIITEHUM 3PHMUMA
IT'OJIOCEMEHOI' OBCA

boxymuna Boxenunkosa, Jan Mynpu u boxyciosB Yepmak
TMoswonpuBpentu ¢dakyarer YHupep3utera JyxHe Yerike,
Crynentcka 13, 37005 Yemxe byhejouiie, Yemka Perybnavka

Pesnme

YV OoKkBHMpY eKcIlepuMeHaTa Ha MajJuM OIJIeIHUM TOoJbMMa MpoyvaBaid cCMO OMO-
npenapat Supersivit S 2 Koju caip)KM 4eCTULE aHTAarOHUCTUYKe IbuBULEe Trichoderma
harzianum.

ExkcriepyMeHTH Ha MajJMM OIJIEAHUM TOJbUMA KOjU Cy CIPOBEJACHU Ha OIJIENHO]
napuenu [enaprmana 3a patapctBo (YHuBepsuteT JyxxHe boxemuje y Hemkum byhe-
joBunama, ITosbompuBpenHu (akyaTeT) OUIM Cy YCMEPEHU Ka cIipedyaBakby OMOTUUKE
(yHTHCTa3e MpUMEHOM OMOJIOIIKMX CPeACTaBa Ha 3pHa roJ0OCEeMEHOT OBca, BapujeTeTa
Anam. Ham nwb je 610 MOBPIIMHCKA MUKPOOMOJIOIIKA aHaAM3a YCKIAAUIITEHUX 3pHa
roJI0CEMEHOr OBca, BapujeTeT AllaM, HAKOH NnpumMeHe ouodyHruuuaa Supersivit S 2y
KOMOMHAIIMjU ca MOBPIIMHCKUM TPETMAHOM 3pHA M OMOJOIIKMM 3aCJOHOM IIPUMEH-E-
HUM TOKOM BEreTarujcKor rnepuoja.

Kon moce6GHMX BapujaHaTa OBOT €KCIIEPMMEHTA OIPEIUIN CMO BPEIHOCTH HUBOA
rnojaBe OakTepuja M T/bMBUIIA HAa MOBPIIMHCKMAM JEJIOBMMA YCKJIQAWIITEHUX 3pHA W
aHaJIM3UPAIU calp)kaj HEKMX MUKOTOKCHMHA y3POKOBAaHMX TJbMBHULIAMa U3 poaa Fusa-
rium.

Hajsehu 6poj 6akTepuja 1 IbMBMIIA HAa IOBPIIMHU HMCIIMTUBAHUX 3pHA KOHCTa-
TOBaH je KON BapujaHTe TpeTupaHe OuoareHToM (Supersivit S 2), u o §2.000.000 crio-
pa 6akrepuja u 110.000 criopa rwuBuua (Cladosporium, Verticillium, Coelomycetum)
10 jegHOM Tpamy 3pHa. Takole, mpuBule n3 poxa Fusarium Ouiie ¢y HajMHOTOOpOj-
HUje y BapujaHTU oBac — OwuoareHT, u To 250 cropa mo 1 rpamy 3pHa.

Y cBUM moceOHUM BapMjaHTamMa KOJMYMHE MUKOTOKCMHA OWJie Cy 3HAaTHO HMKE
ol Mo3HaTUX e(peKTUBHUX d03a 3a KUBOTHUIbe U OwbKe. Hajseha konnumHa BOMUTOK-
CMHA KOHCTaTOBaHa je Ko BapujaHTe xemujckor ctaHmapna (Rovral TS, edexktuBHa
cyncraniia Carbendazim 17,5%, u Iprodion 35%) — 18 pg. 3eapsieHOH je KOHCTATOBAaH
KOJl CBMX BapHujaHaTa KOJMYMHU Mamoj O S5 pug.

Hmxe mo3e eprocreprHa KOHCTaTOBaHE Cy KO BapHjaHaTa TPETUPAaHMX OmMoareH-
ToMm 4.7 mg/kg.
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DETERMINATION OF AFLATOXINS IN FOODSTUFFS
EMPLOYING FLUOROMETRIC METHOD

ABSTRACT: Results from the examination of total aflatoxins in foodstuffs are pre-
sented. Determination of the aflatoxins was done employing rapid and reliable method, ba-
sed on immunnosorbent columns clean-up and measurement of the aflatoxins by fluorome-
ter (Vicam, USA). Quantification and detection limits of the method were 1.0 and 0.1 ppb
respectively. This method is especially suitable when laboratories are dealing with big num-
ber of samples. 20% of the samples were found to content total aflatoxins over MRL (5
ng/kg). The positive samples were further analysed with TLC as a confirmatory method,
whereby over 95% of positive samples where confirmed by TLC technique. Application of
this rapid aflatoxin method significantly simplifies their analysis, especially when laborato-
ries are dealing with big number of samples.

KEY WORDS: aflatoxins, fluorometric determination, immunoaffinity columns

INTRODUCTION

Aflatoxins are highly toxic metabolites produced by fungi Aspergillus fla-
vus and Aspergillus parasiticus. They can be found in a wide range of food
and feeding stuff, and are potentially hazardous to human and animals. Afla-
toxins B,, B,, G, and G, have found to be naturally prevalent and also their
potent carcinogenic and mutagenic characteristics in a number of animals and
humans (Bullerman 1986). The Europen Commision has set limits for the
maximum levels of total aflatoxins (EU regulation 194/97) at 4 ng mL—!. Ac-
cording to our national legislation (Official paper of RM), the maximum per-
mitted level for total aflatoxins is 5 pg kg—!. The monitoring of aflatoxins de-
pends on precise and reliable analytical methods. Food products being com-
monly contaminated with aflatoxins are nuts (peanuts and pistachios), dried
fruits (figs), tee (black tee), grains (wheat and corn) and spices (paprika). Mo-
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nitoring of aflatoxins in these products is not only of importance for consumer
protection, but also for producers of raw products prior to intensive processing
or transport.

Current mycotoxin analysis are done by various methods including thin-
-layer chromatography (TLC) (Lin et al., 1998, Stroka et al., 2000), liquid
chromatography (LC) and high-performance liquid chromatography (HPLC)
(Jaimez etal, 2000, Akiyama et al.,, 2000), and microtitre plate enzy-
me-linked immunosorbent assay (ELISA) (Turner et al., 1998). All of these
methods are long time consuming and delicate analysis, and thus require speci-
alist equipment operated by skilled personnel.

In resent years solid-phase clean-up methods especially with immunosor-
bent columns have been widely applied for aflatoxins in foodstuffs (Dimi -
trieska-Stojkovic etal, 2002). Rapid solid-phase immunosorbent test
are very useful for screening the total aflatoxin level, yet these tests are not
able to perform quantitative analysis. In this paper a results from the determi-
nation of aflatoxins in our laboratory in the past year will be presented.
Analysis was done by fluorometric method with previous clean-up with afla-
toxin immunosorbent column. The two-dimensional TLC followed by the sa-
me sample preparation was employed as a confirmatory method. We selected
it as a second method of choice, since in the analysis of mycotoxins TLC ap-
plications are still used in the great majority of samples qualitatively and/or
quantitatively. One-dimensional TLC has been widely used, and two-dimensio-
nal and bidirectional developments are also frequently employed.

MATERIALS AND METHODS

235 different foodstuffs were analyzed on the presence of aflatoxins,
mostly delivered from border health inspectors. Samples were ground and ho-
mogenized with 60% methanol (HPLC grade) followed by addition of sodium
chloride. An aliquot of the filtered solution was diluted with water (HPLC gra-
de) and applied to the immunosorbent column (AflaTest P, Vicam, USA) thro-
ugh glass microfibre filter (Whatman). Column is washed with water, and
analytes were eluted with 1 mL methanol in cuvette. Eluate was diluted with 1
mL aflatest Developer solution (Vicam, USA). Aflatoxin concentration was
measured on fluorometer (Vicam, USA) after 60 seconds. Quantification limit
(LOC) of the method is 1 ng/kg, and the detection limit (LOD) is 0.1 ug/kg.

When applying this method on certain samples (black tea, cocoa) false
positive results occur. To eliminate this problem, instead of pure water, the di-
lution of the filtrate was done with 10% solution of Polyoxyethylene-Sorbitan
Monolaurate (Vicam, USA). When this clean-up procedure is employed the
LOD and LOQ are 2 pg/kg 0.5 ng/kg, respectively.

Eluted samples after the clean up are gently evaporated under stream of
nitrogen at 40°C. The samples are dissolved in 1 mL benzene:acetonitrile
(98:2 v/v). A series of standards with concentration 0.5, 1.0, 2.5 and 5.0 pg
mL—!, together with samples are applied on Kiselgel 60 F 254 plate (20 x 20
cm) using LINOMAT IV device (Camag). The volume of the applied stan-
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dards and samples was 100 uL, while the start line was 20 mm from the plate
edge. Plates were developed two-dimensionally using mixture benzol : metha-
nol : acetic acid (9 : 0.5 : 0.5 v/v) as solvent A in the first direction, and con-
sequently with chloroform : acetone (9 : 1 v/v) in the other direction for about
60 minutes each, or when solvent front reaches about 15—17 cm height. After
drying, plate spots were detected by illuminating in UV chamber (Camag) at
254 nm. The Ri-values for aflatoxins B, B,, G, and G, are 0.42, 0.36, 0.30
and 0.26 respectively, with quantification limit of 1.0 pg mL—".

RESULTS AND DISCUSSION

The results from the analyzed 235 samples are presented in Table 1. The
results for samples that were found to be under the LOD, under the MRL
(maximum residue level), over the MRL, are presented separately to express
the food safety situation regarding aflatoxin content. According to our national
legislation, MRL’s for total aflatoxins (B,, B,, G,, G,) are set at 5 pg/kg.

Quality control of the method is performed by calibration of the instru-
ment on daily basis with two levels of concentration 1 1 and 22 pg/kg, and by
determining the recovery of the each set of 20 samples. The recovery value in
average was over 90%. Total method can be completed in 30 minutes, which
is significantly shortening the analysis time, especially when a laboratory is
dealing with many samples that have to be analyzed in short time.

From the results presented in the table it can be concluded that 60.2%
(142 out of 235) of the samples contain aflatoxins under the LOD. The num-
ber of samples with total aflatoxin concentration over MRL is 47 (20.0%). Po-
sitive results for these samples have to be confirmed with other method, and in
our practice as a confirmatory method we are employing TLC.

Table 1. Results form the analysis of total aflatoxins in with fluorometric and TLC method

Number of Number of Number of

Sample type samples samples samples over ogé;lgl(}[(l%L ?V(i):lhﬁ%fg
under LOQ  under MRL MRL
Green coffee beans 7 — 1 7.0 1
Nuts 14 12 6 6.7—16.0 5
Cereals 46 4 3 9.6—13.0 3
Dried vegetables 23 4 5 5.2—21.0 4
Dried fruits 13 6 1 27.0 1
Spices 15 4 9 6.1—42 8
Corn maize 4 — 1 26.0 1
Egg powder 4 — — —
Black Tea 5 1 17 5.1—22.0 16
Cocoa powder 12 3 4 5.1—23.0 4

We decided to use two-dimensional TLC for its improved performances
and reliability. The two-dimensional TLC excludes the possibility of appearan-
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ce an interfering spot with similar Ri-values like targeted aflatoxins. If a spot
coming from interfering compound appears with the development in the first
direction, the second development (when the plate is rotated for 90°) will very
probably separate it. Obtained detection limit for previously described expe-
rimental conditions was satisfactory and in a good agreement with some pu-
blished papers for mycotoxin analysis with TLC (Lin et al., 1998).

CONCLUSIONS

In this paper a results from employing fast, easy to use and reliable met-
hod for total aflatoxin analysis were presented. 60.2% (142 out of 235) of the
samples contain aflatoxins under the LOD, whereby the number of samples
with total aflatoxin concentration over MRL is 47 (20.0%). As a confirmatory
method for positive samples, two-dimensional TLC with previous immunoaffi-
nity column sample preparation was performed. The percentage of confirmed
positive samples with the second method (over 90%) proves the method
reliability.
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OJPEBUBAKE ADIATOKCUMHA Y HAMWPHULAMA ITPUMEHOM
OJIIYOPOMETPUIJE

Enuzat6era [I. dumutpuecka-CrojkoBuh, Muxaun M. JlaHes,
3expa b. Xajpynaun-Mycnuny, bumana C. CrojaHoBcka-IuM30CKa,
HMBan M. CepadumMoBCKU
dakynTeT BeTepUHApcKe MeauiimHe, MHCTUTYT 3a CUTYPHOCT XpaHe,
Yuusepsurer hupuna u Meronuja, Jlazap Ilon-TpajkoB 5—7,
Ckorje, MakenoHuja

Pesume

IIpencraBibeHU Cy pe3y/aTaTd UCIUTHUBAA YKYIMHUX ahJIaTOKCUHA Y HAMUPHULIA-
Ma. OnpehuBame adaaToKCHHA je M3BPIICHO IMPUMEHOM Op30T M IMOY3JaHOT IOCTYITKA
3aCHOBAHOT Ha YyMIINelhy UMYHOCOPOEHTHUX KOJOHA U Mepery adiaTOKCHMHA MoMony
(dnyopomerpa (Vicam, USA). KBaHTU(hUKAIIMOHUN U ACTEKIIMOHU JIMMUTU OBOT METO/a
owmu cy 1.0 u 0.1 ppb. OBaj MeTOx je MOceOHO MOroaaH Kana JlabopaTtopuje UMajy Be-
JMK Opoj y3opaka. KoncratoBaHo je ma 20% y3opaka camap:ke YKyIHe adaTOKCHUHE
npeko MRL (5 pg/kg). Tlo3uTuBHM y30puuM cy najbe aHaiuzupaHu npumeHom TLC
MeToJie 3a MOoTBphuBambe, Tae je mpeko 95% mo3utuBHUX y3opaka motBpheHo TLC
texHukoM. [IpumeHa oBe Op3e MeToie 3a adIaTOKCHMHE 3HA4YajHO II0jeAHOCTaBIbYje
bUXOBY aHaJIM3y, HAPOUYMTO Kama jlabopaTopuje MMajy BeJIMK Opoj y3opaka.
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MYCOLOGICAL AND MYCOTOXICOLOGICAL
QUALITY OF WHEAT AND FLOUR FRACTIONS

ABSTRACT: The seed infection is a result of complex factors influence: weather
conditions, health conditions of used seed, quantity of infective potentila in soil, etc. By vi-
sual evaluation, initial wheat sample has been divided in four fractions: healthy, dark ger-
med, slightly and very fusarious. Three varietes from two localities 1 and 2 have been in-
cluded in analyses. Beside the wheat, the mycotoxicological contamination of flour produ-
ced by grounding of given samples was monitored, too.

The representatives of genera Fusarium were dominating, and the most frequent was
F. oxysporum.

The wheat and flour samples have also been analysed on presence of aflatoxin B,
“AB;” and G; “AG;”, ochratoxin A “OA” and zearalenone “F-2” toxin. AG; had the
lowest representation (2,3 ng/kg) and the highest representation was of F-2 toxin (even 500
ng/kg).

KEY WORDS: flour, mycotoxins, processing quality, wheat

INTRODUCTION

A mycological analysis of each batch of wheat is a prerequisite for the pro-
duction of sanitarily correct nutriments produced from wheat grains. Thanks to
its chemical composition the wheat represents a very suitable substrate for va-
rious phytopathogenic and saprophytic microorganisms. Many fungi of the ge-
nera Fusarium, Alternaria, Penicillium, Aspergillus, Cladosporium and others
are well known as producers of a great number of various toxic metabolites.
The produced mycotoxins are thermo resistant and lose none of their toxicity
during thermal processing.

The most important mycotoxins produced by fungi of the genus Fusari-
um, synthesized in the cereals before the harvest, are zearalenone and ochra-
toxin A.

Fusarioses have a very negative effect on the technological quality of the
grain. The infested grains have a higher content of ash and protein (but the
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quality of proteins is poor), and a lower content of moist gluten (Sarié et.
al., 2004).

The aim of this investigation was monitoring of micosys and mycotoxi-
cosys infection degree, to observe the contamination level influence of techno-
logical quality of wheat.

MATERIALS AND METHODS

Depending on the degree and type of mycological infection, the wheat
grains were manually divided into the following categories: healthy, dark germ
(with typically noticeable dark germ), slightly fusarious contaminated (grains
infested with fungi of the genus Fusarium in the late mature phase), and very
fusarious contaminated grains (grains infested with fungi of the genus Fusa-
rium in the early growth phase). Twenty four samples of each fraction were
tested.

The identification of the fungi to the species was made by comparison
with the corresponding reference books (Raper and Fenell, 1963; Ames,
1969; Ellis, 1971, Nelson et. al.,, 1983). The flour from all the wheat
samples was tested for mycotoxin presence in accordance with the Official
Methods of Analysis of the A. O. A. C. (1990).

RESULTS
Mycological Analysis

The results presented in Figure 1 were obtained by the mycological
analysis of the wheat samples from the localities 1 and 2.

B Fusarium 87,19%

B Alternaria 13,30%

B Penicillium 3,94%

B Gilmaniella 3,45%

[l Aspergillus 1,48%

B Cladosporium 1,48%
@ Monilia 0,98%

B Ulocladium 0,98%

B Acremonium 0,49%
W Culvularia 0,49%

B Helminthosporium 0,49%
B Rhizopus 0,49%

B Scopulariopsis 0,49%
B Verticillium 0,49%

Figure 1. Distribution of the determined fungial genera in the wheat samples
from the localities 1 and 2.

38



Mycotoxicological Investigations
Table 1 and 2 present the level of contamination by aflatoxin B, nad G,,
ochratoxin A and zearalenone in the examined wheat samples at localities 1
and 2.

Table 1. Number of wheat samples contaminated by AB;, AG;, OA and F-2 toxin at locality 1

N° of N° of wheat Concentration of
samples by moulds (ng kg—1h
H 4 x 12 52 0 0 0 230
1 DG 4 x 12 75 0 0 0 240
SF 4 x 12 89 0 0 0 170
VF 4 x 12 91 0 0 48 300
H 4x 12 53 0 0 0 0
) DG 4 x 12 68 0 0 0 200
SF 4 x 12 74 0 0 32 200
VF 4 x 12 82 0 0 48 250
H 4 x 12 55 0 0 0 0
3 DG 4 x 12 66 0 0 0 200
SF 4 x 12 68 0 0 0 160
VF 4 x 12 83 0 2,3 48 400

Legend: H — healthy; DG — dark germ; SF — slightly fusarious; VF — very fusariuos

Table 2. Number of wheat samples contaminated by AB;, AG;, OA and F-2 toxin at locality 2

N° of N° of wheat Concentration of
Variety Category wheat samples AB, AG, OA F-2 toxin
of wheat samples C(éntamlnated =
y moulds (ug kg—h
H 4 x 12 35 0 0 16 0
! DG 4 x 12 69 0 0 32 0
SF 4 x 12 82 0 0 32 0
VF 4 x 12 89 0 0 32 0
H 4 x 12 37 0 0 32 0
5 DG 4 x 12 67 0 0 0 0
SF 4 x 12 83 0 0 0 0
VF 4 x 12 83 0 0 32 400
H 4 x 12 41 0 0 0 0
3 DG 4 x 12 46 0 0 34 200
SF 4 x 12 58 0 0 11.5 0
VF 4 x 12 64 0 0 34 500
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Samples of flour obtained by milling the above listed categories of the
wheat grains were also subjected to the mycotoxicological analysis. During the
milling, the outer part of the grain, i. e. the coat, where the greatest quantity of
mycotoxins is concentrated, was separated as bran. Therefore, a considerably
lower mycotoxin content could be expected in flour samples obtained from
these grains. In Table 3 are shown the results of the mycotoxicological ana-
lysis of the flour from native grain from the localities 1 and 2.

Table 3. Flour contamination by mycotoxins

Mycotoxin (ng kg—1)

Variety Locality

AB, AG;, OA F-2 toxin
1 1 0 0 0 66.67
2 1 0 0 26.67 0
3 1 0 1.4 571 0
1 2 0 0 16 0
2 2 0 0 0 0
3 2 0 0 16 200
DISCUSSION

Fungi of the genus Fusarium were the most frequent contaminants of the
wheat grains from both localities.

From the 12 identified species, F. oxysporum was found to be present in
the greatest number of tested samples (40.88%). F. oxysporum is very frequent
in the micro population attacking the cereals and it is mentioned in reference
literature as the producer of zearalenone. (Tutelyan and Kravcenko,
1985).

As expected, very fusarious contaminated grains were most often infested
by this fungus. Also, species F. subglutinans, a representative of the Liseola
section, was detected with considerable frequency (17.61%). This species in-
fected in greater degree the categories of healthy, dark germ and slightly fusa-
rious contaminated grains, while its content in very fusarious contaminated
grains was low. The presence of species F. poae, a representative of Sporotric-
hiella section, amounted to 8.80%. This fungus is generally a weak pathogen
for cereals, and many other plants. In our investigations, it had mostly infected
the dark germ category of wheat grain. This grain category is, however, most
often infected by fungi of the family Dematiaceae. Apart from F. poae, the
most frequently detected Fusarium species was F. avenaceum, a representative
of the Roseum section (6.92%).

One of the most frequent contaminants of the wheat is certainly F. grami-
nearum. In our investigations, F. graminearum was found to be present in the
amount of 5.03%, compared to other species of the genus Fusarium, as a
consequence of disappearance of this typical field mycopopulation during sto-
rage.
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Other fungi of the genus Fusarium were represented in a less amount:
F. chlamydosporum and F. sambucinum (4.40%), F. lateritium var. cerealis
(3.14%), F. graminum (0.62%), F. solani (1.88%), F. dimerum and F. artho-
sporoides (0.62%).

The presence of the representatives of the genus Alfernaria was less pro-
minent and amounted to 13.30%.

Other fungi genera were distributed with low frequency and, therefore, it
can be assumed that they did not significantly influence the mycotoxicological
picture of the wheat.

MYCOTOXICOLOGICAL ANALYSIS OF THE WHEAT

In the analyzed samples of certain wheat grain categories AB, was detec-
ted in none of the samples from both localities. The presence of AG, was fo-
und in very low concentrations (2.3 pg kg—') and only in one sample of the
third variety from the locality 1.

OA distribution was much higher. The highest infection with this myco-
toxin had very fusarious contaminated grains from locality 1 (OA concentra-
tion in all varieties was 48 pg kg—!). OA frequency in wheat samples from the
other locality was much higher (75%), and even the healthy grains were infec-
ted with this toxin (varieties 1 and 2, where the concentrations were 16 and 32
ug kg—!, respectively).

The greatest OA contamination of the wheat samples from locality 2 had
the dark germ and very fusarious contaminated grains categories, and the con-
centration was 34 pg kg—!. The fungi of the genus Penicillium detected in the-
se samples were potential producers of OA, so the presence of this secondary
metabolite Penicillium spp. was expected.

Zearalenone was in our investigations detected in extremely high concen-
trations in 54% of the tested wheat samples. The concentrations varied bet-
ween 160 and 500 pug kg—!. The highest contamination had the very fusarious
contaminated grains, as was to be expected.

MYCOTOXICOLOGICAL ANALYSIS OF FLOUR

AB, was not detected in any of the flour samples from both localities,
which was expected since it had not been detected in any of the wheat sam-
ples from which the flour was obtained. The presence of AG, was detected in
only one of the flour samples (variety 3 from locality 1) in concentration of
0.14 pg kg—!. The OA contamination was considerably higher. As many as
66% of the flour samples were infected with this toxin. The concentration va-
ried between 5.71 and 26.67 pg kg—'.

It can be supposed that the grain infection with store fungi as well as its
storage under inappropriate conditions favored the diffusion of the produced
toxins through the grain coat into the endosperm, and the so produced toxins
remained in the flour after milling.

41



It is interesting to note that the zearalenone contamination of the native
flour samples was much lower in comparison to the corresponding grain sam-
ples. The contaminated samples were 33.33% and the concentration varied
between 66.67 and 200 pg kg—!'.
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MUKOJIOIIKN 1 MUKOTOKCHUKOJIOIIKN KBAITUTET ®PAKLINJA
NIIEHHWIE W BPAIIIHA

Tatjana CrojaHoBuh, Buila mossonmpuBpenHo-npexpamModeHa IIKosa
Mapuja Ilxpumap, TexHomomku ¢hakyaTeT
hophe Ilcomopos, TexHomomKN (HaKyaTeT

Pe3nme

3apaKeHOCT ceMeHa pe3yaTar je jJejioBarba KOMILIeKca (akTopa: BpeMEHCKHUX
MPUJIMKA, 3IPaBCTBEHE KOHAMIIMjE YMOTPEeO/HEHOT ceMeHa, KOJMYMHE HMHMEKIIMOHOT
MOTeHIIMjala Y 3eMJBUINTY WTH. BuU3yeqTHMM mMperjiefioM IOJa3HU Y30pLM TIICHUIE
nonebeHU Cy y HEKOJIMKO Kareropuja. AHaiuzama cy Ouje oOyxBaheHe Tpu copTe
MIIEHUIIE Koje Cy IToTHIIajie ca aBa jJokanmuTeTa. Llwb pama 6mo je mpaherse cremeHa
MUKOJIOIIIKe MH(PEKIIMje 1 MUKOTOKCUKOJIOIIKE KOHTaMUHAalIMje IMOojeAnHUX KaTeropuja
TMIIIEHWYHOT 3pHa Ja OW ce jacHMje carjiefao yTUIaj CTereHa OBe KOHTaMMHAllMje Ha
bEeH TEeXHOJOIIKU KBauTeT. OcuM miueHule, npaheHa je ¥ MUKOTOKCUKOJIOIIKA MH-
(dekiuja OpanrHa, 10OMjeHOT MJIEBEHEM OBUX y30paKa TIIECHUIIE.

VY3opuu nuieHue U OpalllHa aHAIM3UMPaHU Cy Ha MPUCYCTBO adiaTokcuHa B,
(AB)) u G, (AG,), oxpatokcuHa A (OA) u 3eapasieHoHa F-2 tokcuHa. KoHlieHTpanuje
JNEeTePMUHUCAHUX TOKCMHA Bapupaje ¢y Y IIMPOKUMM TpaHuiaMa. Hajmamwy 3acTyrube-
HOCT TIoka3uBao je aflatoxin G, (2,3 pgkg—!), a Hajsehy 3eapaneHoH (dak 500 pgkg—1!).
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FUSARIOSES OF CERTAIN WHEAT GRAIN CATEGORIES
AND THEIR MYCOTOXICOLOGICAL INFECTION

ABSTRACT: Certain climatological conditions favor the infection of wheat by field
moulds, and influence very much the yield, the overall quality and the hygienic properties
of the wheat. The investigations included 6 wheat varieties from the first locality and 5 va-
rieties from the second locality. The investigated samples were most often contaminated by
fungi of the genus Fusarium. Each wheat sample was classified with respect to the degree
of contamination by these fungi as slightly fusarious contaminated and very fusarious conta-
minated grain.

The mycotoxins, their metabolites, were isolated from the greatest number of conta-
minated grains.

KEY WORDS: field moulds, mycotoxins, wheat

INTRODUCTION

The wheat grain, with its adequate chemical composition, abundance of
nutritional and biologically valuable substances, makes a very suitable substra-
te for settling and development of various groups of microorganisms. The
most important contaminants are moulds, and the most dangerous ones are the
mycotoxicogenic forms (Stojanovi¢ et al., 2002).

Certainly, among the most frequent contaminants of the wheat are the
species of the genus Fusarium. Most of the representatives of this genus are
able to synthesize a wide variety of toxic metabolites (zearalenone and its deri-
vatives, tri hotellens, moniliformin and others) (Nelson et al., 1983).

The scope of this work was to study the mycological and mycotoxico-
logical infections of the wheat grain attacked to a greater or less extent by the
fungi of the genus Fusarium, and the influence of this infection on the
hygienic properties of the grain.
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MATERIAL AND METHODS

Mycological and mycotoxicological analysis was carried out on 22 sam-
ples of slightly fusarious and very fusarious contaminated wheat grains.

Mycological investigations

To determine the fungi count in the wheat grain, samples of 10 g were
measured and treated with 100 ml of sodium hypochlorite to eliminate all the
saprophytic fungi concentrated on the grain surface. The 300 ml Erlenmeyer
flasks containing the sample and sodium hypochlorite were shaken on a rotary
shaker for 2 minutes. Then, each sample was rinsed with distilled water (2 x
100 ml). Under sterile conditions, 12 grains of each sample were placed on
dextrose Sabouraud agar with antibiotic added (1 ml of 2% streptomycin solu-
tion/100 ml of medium). The culture dispersed in Petri dishes was left to incu-
bate for seven days at 26°C. Each test was repeated two times. After that the
results were recorded and presented as the average fungi count per wheat
grain.

Further cultivation of pure fungi isolates was carried out on potato dex-
trose agar (PDA) and carnation leaves agar (CLA) purifying the cultures until
obtaining the pure monospore isolate. The determination of the fungi of the
genus Fusarium was made according to Burgess et al., 1988.

Mycotoxicological analyses
The qualitative and quantitative determination of mycotoxins was carried
out by multimycotoxic method proposed by Balzer et al., 1978.

RESULTS

In Table 1 are given the results of the investigation of the wheat grains
contamination by moulds.

Table 1. Average number of moulds found per kernel in wheat fractions

Fraction of No of wheat Number of moulds

wheat samples Variety Locality per kernel
LF 2 1 1 2.59
VF 2 1 1 2.37
LF 2 2 1 3.24
VF 2 2 1 3.30
LF 2 3 1 2.51
VF 2 3 1 2.76
LF 2 4 1 2.53
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VF 2 4 1 2.88
LF 2 5 1 2.62
VF 2 5 1 3.21
LF 2 6 1 2.63
VF 2 6 1 2.76
LF 2 1 2 2.87
VF 2 1 2 3.21
LF 2 2 2 3.12
VF 2 2 2 3.25
LF 2 3 2 3.21
VF 2 3 2 3.21
LF 2 4 2 2.12
VF 2 4 2 2.20
LF 2 5 2 2.94
VF 2 5 2 3.14

Legend: LF — little fusarious; VF — very fusarious

The contamination degree of slightly fusarious and very fusarious conta-
minated wheat grains by species of the genus Fusarium is given in Figures 1
and 2.

50% T
45% |
40%
35% |
30% -
25% |
20%

15%

B F. arthosporoides 1,41% B F. avenaceum 4,22% B F. chlamydosporum 5,63%
B F. culmorum 2,81% BF. dimerum 1,41% B F. graminearum 4,22%
EF. lateritium 1,41% B F. moniliforme 1,41% OF. oxysporum 45,07%

B F. poae 7,04% B F. sambucinum 7,04% B F. solani 7,04%

B F. subglutinans 14,08%

Figure 1. Contamination of little fusarious wheat kernel by Fusarium species
at locality 1 and 2
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B F. arthosporoides 1,85% B F. avenaceum 9,26% B F. chlamydosporum 3,70%
B F, culmorum 2,81% B F. graminearum 1,85% B F. graminum 1,85%

BF. lateritium 2,77% B F. moniliforme 1,85% OF. oxysporum 45,37%
EF. poae 7,41% B F. sambucinum 2,77% B F, solani 0,93%

B F, subglutinans 13,89%

Figure 2. Contamination of very fusarious wheat kernel by Fusarium species
at locality 1 and 2

The results of the mycotoxical analyses of slightly fusarious and very fu-
sarious contaminated wheat grains are given in Table 2.

Table 2. Number of wheat samples contaminated by zearalenone at locality 1 and 2

. . Fraction of Zearalenon
Variety Locality i;;zat 0 es‘;?(;_? ©
1 1 LF 240
1 1 VF 1600
2 1 LF 170
2 1 VF 360
3 1 LF 200
3 1 VF 250
4 1 LF 160
4 1 VF 400
5 1 LF 280
5 1 VF 360
6 1 LF 160
6 1 VF 360
1 2 LF 0
1 2 VF 280
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2 2 LF 0
2 2 VF 0
3 2 LF 0
3 2 VF 400
4 2 LF 0
4 2 VF 500
5 2 LF 250
5 2 VF 350

DISCUSSION

The mycological analyses showed that all the wheat samples had been in-
fected by moulds, as was supposed, since many of the grains were visibly da-
maged and shriveled. This was especially true of the very fusarious contamina-
ted grains. The mould count per wheat grain did not vary much, since the
samples were of similar grain categories, but it certainly was very high, amo-
unting to 2.12 in slightly fusarious contaminated grains, and 3.30 in very fusa-
rious contaminated wheat.

The most frequent contaminants of all wheat varieties from localities 1
and 2 were species of the genus Fusarium. The fungus F. oxysporum was the
most frequent type with both slightly fusarious contaminated and very fusario-
us contaminated wheat grains. F. oxysporum is genetically very variable speci-
es with a high degree of variability of both morphological and physiological
properties (Burgess et al,, 1989). This fungus is a very strong soil sapro-

e

Figure 3. Micro and macro conidia
Microscopis view of E. oxysporum (PDA, 26°C, 7 days)
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phyte, and beside cereals it often attacks and causes wilting of pepper, tomato,
watermelon, melon, and other plants (Nelson et al., 1981). Many forms of
F. oxysporum are toxicogenic, as mentioned in investigations by other authors.
The microscopic view of F. oxysporum is given in Figure 3.

The species F. subglutinans, F. avenaceum, F. chlamydosporum and ot-
hers were significantly less frequent.

In very contaminated grains, the content of F. avenaceum fungus was
9.26%. This fungus is characterized by growth on PDA with thick aerial pink
mycelium. This representative of the section Roseum has thin, needle-like mac-
ro conidia, with missing chlamydospores (Figure 4).

Figure 4. Micro and macro conidia
Microscopis view of F. poae (PDA, 26°C, 7 days)

Considerable contamination by fungus F. poae was found in both slightly
and very fusarious contaminated wheat grains (7.04% and 7.41%, respecti-
vely). This fungus often produces micro conidia. Macro conidia are of crescent
shape and they are typical of this genus (Figure 5).

F. chlamydosporum infection of slightly fusarious wheat grains was 5.63%,
while its count in very fusarious contaminated grains was lower and amounted
to 3.70%. Also, this fungus is known as a frequent producer of various toxic
metabolites (moniliformin, neosolanio and others) (M arasas et al.,, 1984),
although this author does not list it as the producer of zearalenone.

The fungus F. graminearium was found to be present in very fusarious
contaminated grains (6.48%). This species is considered the most virulent one,
and very often it biosynthesizes zearalenone, fusarine, monoacetoxyscirpenol,
nivalenol and other toxins. Although the slightly fusarious contaminated and
very fusarious contaminated grains were also infected by other fungi of the ge-
nus Fusarium (13 species contained in each grain category), their occurrence
was considerably lower compared to the species listed above.
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Figure 5. Macro conidia
Microscopic view of F. avanaceum (PDA, 26°C, 7 days)

Mycotoxicological analyses showed extremely high contamination by zea-
ralenone (to the extent that 77% of the samples were infected). The concentra-
tions varied between 160 and 1600 ng kg—!. Zearalenone is a toxic metabolite
of the field mycopopulation synthesized in the grain before the harvest. Ha-
ving in mind that the samples investigated were visibly damaged grains (espe-
cially, the very fusarious contaminated fraction), these results were expected.

Unfortunately, it is very hard to separate the fusarious contaminated gra-
ins from the bulk of grains, so that, apart from drastic impairment of technolo-
gical quality, they influence, to great extent, the sanitary properties of the
wheat.
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OY3APUO3E TMOJEAMHNX KATETOPUJA TIIHEHWUYHUX 3PHA
N HbUXOBA MUKOTOKCUKOJIOILIKA WHOEKIINJA

Tatjana CrojanoBuh!, Mapwuja Illkpumap?, hophe ITcomopon?
I Builia moJbonpuBpeaHO-TIpexpaMOeHa 1IKoJa
2 TexHOJOWKN (haKyaTeT

Pesnme

Onpehenn KIMMaTcky ycioBu (aBoOpu3yjy MHMEKLM]y TIIEHUIIE MOJbCKUM TUIe-
CHMMaA M jaKO yTUYY Ha MPUHOCE, KBAIUTET y LEJIVMHU U XUTUjEHCKY MCMPABHOCT TIIIe-
Hune. McrpaxkuBamuMa je 6mio ooyxsBaheHo 6 COPTH MINEHUIE MOPEKIOM ca TPBOT
JIOKaJMTeTa U 5 COpPTU IIIeHUIIe ca APYror jJokanutera. [JbuBune pomga Fusarium 0u-
Jie ¢y Hajuyemhu KOHTAMUHEHTU WCIMUTUBAHUX y3opaka. CBakuM y30paK TIIECHUIE je
IpeMa CTerneHy olTeheHOCTU IJbUBMIIaMa OBOI poda 01O IMoAe/beH Ha Mayio (y3apuo-
3Ha U jako (py3apvo3Ha 3pHa.

Kon HajBuIlle KOHTAMUHUPAHMUX 3pHA M30JIOBAHU CY HUXOBU METaOOJUTU — MU-
KOTOKCUHM.
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MYCOTOXINS IN THE SILAGE — CAUSES OF
CREATING, AFTERMATH AND PROTECTION
FROM ACTING

ABSTRACT: The causes of appearance of mold in the silage, genus and species of
fungi which biosynthesize mycotoxins, acting consequences of micotoxins, prevention of
fungi growth and possibilities to prevent their negative effects are shown in this paper.
Also, the results of mycotoxins presence in the silage (corn and lucerne) in Vojvodina in
the period 2000—2004 are presented. The most commonly found mycotoxins were zearale-
none in 60.6% of analyzed samples and DAS in 30.3% of samples. Silage contamination
with ochratoxin A, aflatoxin B1 and T-2 toxin was between 15.2 and 21.2%. The content of
mycotoxins DAS and T2 toxin was above the values allowed by regulative. The solutions
which contribute to the prevention of development of the molds and elimination of negative
effects of mycotoxins in silage were analyzed and suggested.

KEY WORDS: adsorbents, helath, mycotoxins, silage

INTRODUCTION

Silaging of animal feed is a possibility for keeping the quality of feed in
fresh stage for a long time. That is happening because of the presence and
activity of lactic acid, acetic acid and butyric acid bacteria. Besides them, in
the ensilig material the molds and yeasts which produce numerous metabolites
are present. The main bacteria activity product in the silage is lactic acid
which is at the same time most favourable one, too. In the silage material, so-
me minor quantities of acetic acid, butyric acid and propionic acid, ethyl alco-
hol, carbon dioxide and ammonium appear. Acetic acid, butiric and propionic
acid are weak conservators and, at the same time, indicators of undesirable
processes in the silage, like missing in ensiling. These acids, especially propio-
nic acid, act as fungicides, in order to prevent molds growth, compared to a
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lactic acid, so in some cases they are favourable in the silage. Because of that,
propionic acid is used during the storage of animal feed.

Silage is very favourable environment for molds development. Humidity
in the silage, depending on the type of plant material, is from 30 to 80%, tem-
perature from 5 to 40°C, while concentration and availability of the nutritive
materials is high. Molds may already biosynthetize mycotoxins in the growth
phase of plants which during the silage preparation are carried into the silo.
Molds are mostly active in the environment with oxygen, so they grow on the
surface of silage or in the parts where the air is not pressed out enough. Com-
pared with lactic acid bacteria, molds endure much higher acidity and may be
active in the environments which have pH between 2 and 3 or lower. The
most common genus/species of molds and their mycotoxins in silage (Chadd,
2004) are shown in Table 1.

Table 1. Common molds in European silage and their mycotoxins (Chadd, 2004)

Silage Genus Species Toxin

Penicillium roqueforti Roquefortin
. Aspergil umi X Aflatoxin

Grass Silage spergi lus Sfumigatus atoxi
Aspergillus flavus Aflatoxin
Fusarium moniliforme Fusaric acid
Fusarium graminearum Zearalenone
Fusarium roseum Fumonisins By, B,

Maize silage Fusarium verticillioides Fumonisins B, B,
Fusarium moniliforme Ochratoxin A
Penicillium verrucosum Ochratoxin A

DISORDERS CAUSED BY MOLDS AND MYCOTOXINS

Harmful effects of molds on animal health may be seen in a form of il-
Iness-mycosis, while the influence of their mycotoxins manifests in a form of
intoxications — mycotoxicoses. The most frequent mycosis is aspergillosis ca-
used by mold from genius Aspergillus (A. fumigatus, A. flavus, A. nidulans, A.
niger, A. terreus), as well as by molds form genuses Mucor i Absidia which
are commonly found in hay.

According to their activity, mycotoxins may be: hepatotoxins, nephro-
toxins, neurotoxins, citotoxins, estrogen toxins, immunosupresive toxins and
photosensibile toxins (Sinovec et al.,, 2003). In this work more attention
was payed to the influence of mycotoxins on cuds, because silage in their feed
is the biggest portion of diet.

In beef and sheep mycotoxins cause lower consumption and feed uptake,
decreasing of milk yield, weaker growth of socket in fat and rejuvenate, high
number of abortuses, not regular and not enough expressed estrus, decreasing
the rate of pregnancy, retaining of the endometrium, uterus inflammation, dis-
location of abomasus, ketosis, appearance of the oily degeneration of liver,
weaker immunity, higher number of somatic cells in milk and accumulation of
residua of mycotoxins in milk and meat. The cattle is less sensitive because
microorganisms of rumen with their enzymes degradate the mycotoxins and
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thus decrease their negative effects (Whitlow et al.,, 2004) The most com-
mon molds are from genus Penicillium, Aspergillus and Fusarium (Fink -
-Gremmels, 2004; Auerbach, 2003; Masic¢ et al., 2003 b).

Penicillium. From the kinds of this genus the most frequent is P. roquer-
Jorti. It biosynthetizes toxins rokvefortin C, patulin, mycofenol acid, PR toxin
and penicillin acid. Ensiling material may be naturally contaminated by some
of these mycotoxins (Fink-Gremmels, 2004). Penicillin acid is the first
metabolite which appears after ensiling (13 days), followed by patulin (22—27
days), mycofenol acid (36 days) and PR toxin (49 days).

Rokvefortin C and patulin are neurotoxins which in the cattle cause mu-
scle weakness and disarrangement of coordination. Symptoms are not specific
in the cattle because they are more resistant to these mycotoxins. Cattle may
be more sensitive to mycofenol acid, penicillin acid and PR toxin. They may
have negative influence on development of the microorganisms population in
the rumen and cause local inflammatory processes. Toxins which are biosyn-
thetized by P. rubrum may cause hemorrhagic disfunctions in blood capillaries
in the cattle. P. citrinum biosynthetizes citrine and the symptoms of this toxin
poisoning are laxity renal insufficiency and uremia which in some cases finish
by death. The autopsy usually show changes in the mouth, oesophagus and
omasum, especially in the form of perirenal edem. Molds from genus Penicil-
lium produce the ochratoxin A which does not cause severe consequences in
grown cattle, because in the large amount (more the 50%) this toxin is degra-
ded by microorganisms of rumen.

Aspergillus. Molds of this genus are very often found in the silage. The
most common is A. fumigatus which biosynthetizes micotoxins: verukologen,
fumitremorgen and peniterm. These toxins cause tremor and other kinds of
neurotoxicology in sheep. Symptoms of intoxication are difficult to notice in
the farm conditions, in contrast to intoxications with lolitrems and ergovalins
which causes Neotyphodium mold. Disposal of animals to the spores of A. fu-
migatus cause bronchitis, mastitis and abortus of cattle. A. flavus, A. parasiti-
cus and A. nomius biosynthetize extremely toxic mycotoxins (aflatoksin B,, B,,
G,, G,) which cause the symptoms characteristic for aflatoxicoses — weak
growing up, leaning and decreasing the milk yield and lead to the harder kind
of indigestion disturbed work of browels, neuro disarrangements, damaging the
capillaries and dysentery. If the poisoning is heavy, the death comes in 1—3
days. Compared to cattle, sheep are more resistant to aflatoxins. Between 0.3
and 6.2% of dietary aflatoxins B1 and B2 were found in the milk of cows in a
form of aflatoxins M1 and M2 exuding within 4—5 days after consumption of
contaminated feed. Also, some special types of molds from the genus Asper-
gillus, biosynthetize the ochratoxin A, which, thanks to the activity of microor-
ganisms in rumen, does not cause severe damages.

Fusarium. Molds of this genus biosynthetize mycotoxins zearalenone and
trichothecenes from which the most common are: deoxynivalenol or vomitoxin
(DON), diacetoxiscirpenol (DAS), T,-toxin and fumonisins B, i B,. Zearaleno-
ne is biosynthetized by species F. graminearum, F. culmorum, F. oxysporum
and others. This toxin may bind estrogen receptors, cause hyper estrogenism
and lower fertility. Trichotecenes mycotoxins are produced by F. graminea-
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rum, F. culmorum, F. tricinctum, F. sporotrichioides, F. poae, F. semitectum,
F. nivale and other species of the same genus. Also, trichotecenes are biosyn-
thetized by other genus of fungi: Trichothecium, Trichoderma, Cephalospori-
um etc. These toxins have influence on weak feed consumption, damage the
mucous membranes of rumen and rennet, appearence of laxity, hemorrhagic
changes on the heart, kidneys, spleen, and urinal bubble, and act as the immu-
ne suppressives. Till now, not enough investigated toxins fumonizins B, and
B, are produced by species F. verticillioides and F. proliferatum; these toxins
may damage the liver and decrease the milk production in cows.

PRESENCE OF MYCOTOXINS IN SILAGES IN OUR COUNTRY

The most common producers of mycotoxins in Serbia are molds of genus
Fusarium, particularly species F. graminearum, F. verticillioides, F. subgluti-
nans, F. oxysporum i F. proliferatum. They are isolated on the corn and grain.
Besides these species, on lucerne there are isolated other species of molds
from the same genus, like F. avenaceum, F. tricinctum, F. sporotrichioides, F.
solani (Krnjaja et al, 2004). The most common toxin which they biosyn-
thesize is zearalenone. Besides zearalenone, the most often isolated is T-2
toxin, as well as the other trichotecenes. In the first place it is DAS which
follows T-2 toxin and DON which follows zearalenone. M asic et al. (2003a),
in investigated corn samples in Serbia, fortified the presence of zearalenone in
36,88% of samples (average concentration 750 pg/kg), trichotecenes in 31,82%
of samples (240 pg/kg), ochratoxin A in 27,05% of samples (69 ng/kg) and
aflatoxin B, in 19,67% of samples (36 pg/kg). The quantity of mycotoxines in
the silage originated from part of Vojvodina, fortified by Bodarov-Stan-
¢i¢, 2005 are shown in Tables 2 and 3.

An official tolerance level of mycotoxins in feed and mixture are allowed
by Regulations on maximal permitted quantities of harmful materials and com-
ponents in cattle feed (Official Gazette SRJ, br.2/90). According to these regu-
lations, however, no tolerance level of mycotoxins in silage is given.

Table 2. Mycotoxins in silage samples in Vojvodina region, for the period 2000—2004 (Bo¢a-
rov-Stancid, 2005)

Aflatoxin Ochratoxin A Zearalenone
Silage Contami- Average Contami- Average Contami- Average
nation /k ’ nation /k ’ nation /k ’
sample, % Herke sample, % Herke sample, % Herke
Corn plant 25 3 37,5 75 43,8 1450
Corn dent 0 0 9,1 130 63,6 1640
Lucerne 16,7 3 0 0 100,0 730
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Table 3. Mycotoxins (trihotecens) in silage samples in Vojvodina region for the period 2000—
2004 (Bocarov-Stancid, 2005)

T-2 toksin DAS
Silage Contamination Average, Contamination Average,
sample, % ng/kg sample, % ug/kg
Corn plant 25 310 43,8 620
Corn dent 27,3 500 18,2 1380
Lucerne 0 0 16,7 250

POSSIBILITIES OF PROTECTION FROM MOLD AND
MYCOTOXINS ACTION

Protection from mold and mycotoxins may be done in three basic phases:
1) on the arable — regular crop rotation, optimal terms of works, plant protec-
tion by fungicides and insecticides, using healthy seed, making more resistant
genotypes of plants on development the molds, destroying the damagers etc. 2)
during the ensiling — conveying adequate technology of silaging, using bacte-
rial-enzyme inoculants, agents against developing of the mold, protection aga-
inst progressing the air, water, rodents and other kinds of protection 3) during
the usage of silage — nutritive intervention in the diet like increasing the con-
tent of energy and proteins additive to probiotics, enzymes, vitamins, amino
acids and anti oxidants, adsorbents of mycotoxins from organic or mineral ori-
gins. Very efficient and rational way to prevent the negative effects of myco-
toxins is focused on the application of inorganic mineral adsorbents based on
natural zeolites of domestic origin. They can be used in the phase of ensiling,
apropos using the silage if there is fortified presence of mycotoxins in it. The
new mineral adsorbent of mycotoxins obtained by cation exchange of inorga-
nic cations on the zeolite surface with organic cations (“Min-a-Zel Plus”) is
produced in the Institute for the Technology of Nuclear and Other Mineral
Raw Materials, Belgrade. The addition of “Min-a-Zel Plus” to the green mass
of plant of corn during the ensiling (0.2% from the mass of plant) has influen-
ce on increased of production of lactic acid, decreasment of the number of
molds and mycotoxins in the silage (zearalenon, T-2 toxin and DAS), as well
as the ammonia nitrogen (Table 4).

Table 4. Efficiency of “Min-a-Zel Plus” in silaging of corn (Adamovi¢ et al., 2001)

Parametar Without “Min-a-Zel Plus” With “Min-a-Zel Plus”
Dry mater, % 22,34 24,28
Lactic acid, % 49,52 75,40
Acetic acidd, % 50,48 24,61
pH 3,36 3,40
NH;-N 0,03 0,02
Total mold in 1 g 1000 100
Zearalenone, mg/kg 1,02 0,90
T-2 toxin, mg/kg 0,50 0,25
DAS, mg/kg 0,50 0,00
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Dordevic¢ et al. (2003) and Dordevic¢ et al. (2004) reported the
similar results for application of products based on zeolite during the ensiling
of sugar beet pulp. Additional regulations and procedures of protection from
mycotoxins in the silage may be: regular organoleptic and laboratory valuation
of the silage, bringing law regulations about limited quantities of mycotoxins
in the silage, harmonizing the methods and the procedures for determination of
mycotoxins, equiping the laboratories, education of laboratory personnel and
development of the efficient procedures and instruments for protecting the ani-
mals from mycotoxins.

CONCLUSION

Protecting against molds and mycotoxines in the silage needs to start just
on arable and to continue in the process of silage, apropos using the silage.
Regular control supported by law regulations may have important contribution
to the success in the fight against mycotoxins.
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MUKOTOKCHHHN Y CUJIAKN — Y3POLIN CTBAPAIDA,
[TOCIEAULIE U 3AIUTUTA OO AEJOBAA

Munan J. Angamosuh!, Anekcanapa C. Bouapos-Cranunh?,

Henan XK. hopheuh?, Anekcangpa M. Jakosuh!, MBana [I. AnamoBuh?
I MHCTUTYT 3a TEXHOJIOTUjy HYKJIEAPHUX W IPYTUX MUHEPATHUX CUPOBUHA,
Franshe d’Epera 86, 11000 beorpan
2 Al buo-exonomku ueHrap, Ilerpa Jdpammuna 15, 23000 3perwaHuH
3 Tlomwonpuspenun daxynret 3emyH, Hemamuna 6, 11081 3emyH

Pesume

VY pany ce ykasyje Ha y3poKe IOjaBe TUIECHW Y CWJIQKM, POIOBE/BPCTE TJIECHU
Koje OMOCHUHTETUIIY MUKOTOKCUHE, MOCIEIUIIE HUXOBOT JIeJoBaba, MEPe CclipevyaBaa
pa3Boja ¥ MOTYNHOCTM OTKJIamairba IITeTHOT yTuilaja. McrakHyTo je ma ycien IpoImy-
CTa y TEXHOJIOTUjU CUJIUPaba (HEJOBOJbHO TraXKere, MPUCYCTBO Bazayxa) MpU BIAXKHO-
CTHM Mace 3a CHJIMpaihe, II0CTOje TTIOBOJbHU YCJIOBHU 3a Pa3Boj IUVIECHU KOje OMOCHMHTETH-
Iy TOKCWHE IITETHE MO 3[paBJbe JKMBOTUHA W Jbyau. OHU MOTY Jla M3a30BYy 3/paB-
cTBeHe mopemehaje ykbydyjyh ¥ MaTOXMCTOJIOLIKE IIPOMEHE Ha OpraHMMa U TKUBM-
Ma, JIETIOHYjy ce y mpousBoaumMa (MJICKy, MeCy U jajuma) W Ha Taj HAuMH Yrpo3e 3apa-
BJbE JbYIM. Y pamy Cy M3JIOKEHU pe3yJITaTh MPUCYCTBA MUKOTOKCUHA Y CUTaXKU (KYKY-
py3 u ayuepka) y BojBogunu y nepuoay 2000—2004. Hajueurhe mpucyTaH MUKOTOK-
CUH Ouo je 3eapajieHoH y 60,6% anamu3upaHux y3opaka, a motom JAC y 30,3% y30-
paka. KoHTaMUHUpaHOCT cuiiaxe oXpaTokCMHOM A, aduatokcuHoM bl u T-2 Tokcu-
HoM Ouna je uamelyy 15,2 u 21,2%. Canpkaj mukorokcuHa JJAC u T-2 TokcuHa 610
je Ha TpaHULM WIM W3HaA BPEAHOCTU Koje no3BosbaBa [lIpasuanux (CayxOEHU JUCT
CPJ, op. 2/90). BpenHocTtu 3a octajie MUKOTOKCMHE OWjie Cy MCIOI MaKCUMAaJTHO J0-
3BOJbEHMX KOJMYMHA. AHAJM3UpaHa Cy W MpeIolKeHa pellera Koja TOMPUHOCE Cy-
30Mjarby pa3Boja TJIECHUM M MUKOTOKCHHA.
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MYCOPOPULATIONS OF ALFALFA SILAGE WITH
PARTICULAR REWIEV ON TOXIGENIC FUSARIUM spp.

ABSTRACT: Mycological and mycotoxicological investigations of alfalfa samples
(initial not fermented plant material, as well as silage obtained from unfaded and faded sta-
te of the same) were performed during the year 2003. Total of 14 fungal species, included
in 11 genera, were identified during the present study. The most frequent moulds were Cha-
etomium piluliferum and their anamorph Botryotrichum piluliferum (83.3% and 66.7%
respectively). Potentially toxigenic Fusarium spp. (F. culmorum, F. semitectum and F. spo-
rotrichioides) were observed less frequently (from 16.7% to 33.0%) and only on initial not
fermented alfalfa.

From the sample of alfalfa faded state contaminated with 0.25 mg/kg of diace-
toxyscirpenol (DAS) and 1.28 mg/kg of zearalenone (ZEA) F. semitectum SL-B was isola-
ted. The production of fusariotoxins by this strain was later on tested in vitro conditions.
Different aeration treatments in semisynthetic medium with glucose (GPK) or sucrose
(SPK), as well as cultivation on sterilized corn kernels (moisture content 47%) were used.
The highest yield od DAS (64.0 mg/l) was obtained during submerged cultivation of F. se-
mitectum SL-B in GPK (210 rpms, 3 days, room temperature). Production of T-2 toxin, but
rather poor (0.08 mg/1), was detected only in SPK (150 rpms, 3 days, room temperature).
ZEA was found exclusively after 25 days of cultivation on corn kernels at room temperatu-
re (21—25°C).

KEY WORDS: alfalfa, Fusarium, moulds, silage, toxicity

INTRODUCTION

Silage moulds can occur because of existence of pockets containing resi-
dual oxygen, or subsequent introduction of air into ensilaged material. Altho-
ugh this problem can be overcome by good pressurizing of the mass and its
covering, superficial parts of silage, then those which are in contact with the
walls of silo structures, as well as silage composed of more mature material
which is harder to pressurize, represent potential places for contamination with
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fungal species (P ordevic et al., 2004). According to Selgar (2004), so-
me silage moulds can also grow in conditions of low oxygen level and
moderately low pH value. However, their survival is limited by competition
with anaerobic bacteria. The reason of occurrence of fungi in silage is usually
an increase in pH value which is due to consumption of lactic acid by yeasts
which become active after the introduction of oxygen into a silo. Candida and
Hansenula are microorganisms which consume lactic acid, and when their co-
unt exceeds 10° cells per gram of stock-cattle feed, increased mould activity
occurs.

Two types of mycopopulation can cause deterioration of ensilaged mate-
rial. The so-called “field fungi” which develop during the vegetation period in
crops, infect either the grain or the forage, generally in conditions of high
humidity (> 70%) and temperature variations (warm days and cold nights).
According to Selgar’s assertion (2004), most frequently they do not deve-
lop on stored silage because of low pH and lack of oxygen. However, this do-
es not exclude presence of their toxic metabolites which biosynthesis can be
initiated already in field conditions. In this respect, the most interesting ones
are Fusarium species which are also connected with production of mycotoxins,
or human and animal diseases, unlike other field mycopopulations, which cau-
se only plant diseases (Diplodia, Anthrachnose, Helminthosporium, Ustilago).

Moulds which develop on stored feed — “‘storage fungi”, usually do not
attack crops before harvest. Spores of these moulds which originate in soil are
brought into the silo together with stock-cattle feed. Dominant moulds in
North America isolated from silage are: Mucor, Penicillium, Aspergillus, and
Monilla (Selgar, 2004). Most of about twenty fungal species of this type,
identified on ensilaged material in the USA, are thought not to have the ability
of mycotoxins’ biosynthesis. Even though A. flavus has been classified as a
storage microorganism, in its case production of aflatoxins can take place
already in field conditions.

MATERIALS AND METHODS

Fungal cultures. Isolation of fungal species has been carried out by stan-
dard mycological methods Muntafiola-Cvetkovi¢, 1987). Culture iden-
tifications were carried out according to Nelson et al. (1983) for Fusarium
species, whereas other moulds have been determined according to Domsh
et al. (1980) and Ellis (1971). Fusarium semitectum SL-B has been isolated
from a sample of unfaded alfalfa which contained 0.25 mg/kg of diacetoxi-
scirpenol (DAS), and 1.28 mg/kg of zearalenone (ZEA). The cultures have
been kept on potato-dextrose agar (PDA) at 6°C. Prior to preparation of medi-
um for testing the ability of biosynthesis of fusariotoxins, the isolates were
subcultivated on PDA for the period of seven days at 27°C.

Cultivation types. A. GPK liquid medium (5% glucose + 0.1% yeast
extract + 0.1% peptone, pH 5.3) 250/500 ml, rotatory laboratory shaker (210
rpm) during the period of three days at room temperature (21—25°C); B. GPK
liquid medium 250/500 ml, rotatory laboratory shaker (150 rpm) during the
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period of three days at room temperature (21—25°C); C. SPK liquid medium
(5% saccharose + 0.1% yeast extract + 0.1% peptone, pH 5.3) 250/500 ml,
rotatory laboratory shaker during the period of three days at room temperature
(21—25°C); D. SPK liquid medium, 100/500 ml, stationary cultivation during
25 days at room temperature (21—25°C); E. sterile corn kernels (uncontami-
nated by mycotoxins, water content 47%) stationary cultivation during 25 days
at room temperature (21—25°C).

Determination of fusariotoxins. Qualitative and quantitative ZEA deter-
mination in liquid media (A—D) was carried out by applying modified method
of Pepeljnjak and Babi¢ (1991). The modification consisted in adding
20% anhyd. Na,SO, and silica gel to fungal culture filtrate during initial
extraction of toxin with acetonitrile. The rest of the analysis has been carried
out according to the given procedure. Identification of ZEA in corn kernels
(E) was performed according to the Regulations on sampling methods and
methods of physical, chemical and microbiological analyses of fodder (Official
Gazette of SFRJ, No. 15/87).

Extraction of A type trihotecenes (T-2 toxin and DAS) was carried out in
all cases with ethyl acetate, according to Romer et al. (1978), and TLC de-
termination by Pepeljnjak and Babi¢ (1991) method.

RESULTS AND DISCUSSION

The results of mycological study of alfalfa and silage are shown in Table 1.

During the present study, a total of 14 species were identified, namely, 11
fungal genera, of which the most frequent one was the species Chaetomium
piluliferum and its anamorph Bolriotrichum piluliferum (83.3% and 66.7%
respectively). Bolriolrichum piluliferum, according to the data provided by
Domsh et al (1980), is widely spread all around the world (soil, plant rhi-
zosphere, animal excrement etc.). Optimal growth temperature for this mould
is 25—30°C, and pH 5.5. In addition to these features, it is distinguished by
the ability to dissolve starch, pectin, xylan, and carboxymethyl cellulose. Bea-
ring in mind these features, as well as the fact that when Bolriotrichum piluli-
Sferum grows on straw it dissolves well cellulose and lignin, producing humus
substances in the course, the presence of this anamorph and its teleomorph on
faded alfalfa and alfalfa silage is only logical.

The highest number of fungal species (6) has been identified on unfaded
alfalfa and silage obtained from it (SL2 and SL4) independently of the type of
treading. The majority of moulds identified on these three types of samples be-
longed to typical field mycopopulation, such as the genera Alternaria, Clado-
sporium and Fusarium. (Table 1).

In addition to other species of fungi identified during the present study, in
Serbia and Montenegro there are listed: on ensilaged corn kernels — Penicilli-
um aurantiogriseum (Bocarov-Stancidé, 2003), on the silage of the
whole corn plant Aspergillus versicolor (Djordjevi¢ et al.,, 2004), and on
ensilaged soy grain A. versicolor, F. oxysporum, F. subglutinanas, and Rhiso-
pus nigricans (Bocarov-Stancid, 2003).
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Table 1. Identified fungal species on alfalfa and alfalfa silage

No. Species A B SL2 SL4 SL6 SL8
1. Acremoniella atra (Fr.) Keissl. — — + + — +
2. Alternaria alternata (Corda) Sacc. + — — — _ _
3. Bolryolrichum piluliferum Sacc. & March. — — + + + +
4. Chaetomium globosum Kunze ex Steud. — — + — — —
5. C. piluliferum J. Daniels — + + + + +
6. Cladosporium herbarum (Pers.) Link ex Gray + — + — _ _
7. Epicoccum purpurascens Ehrenb. ex Sclecht. + — — — — —
8. Fusarium culmorum (W. G. Sm.) Sacc. — + — — — —
9. F. semitectum Berck & Rav. + + — — _ _

10. F. sporolrichioides Shreb. + — — — _ _

11. Geotrichum candidum Link ex Leman — — — + — _

12. Mucor racemosus Fres. — — + + + +

13.  Penicillium sp. — — + — — —

14. Trichocladium opacum Ellis. (Corda) Hughes — - — + — _

TOTAL 6 3 6 6 3 4

Legenda: A — initial unfaded material;
B — initial faded material;
SL2 — silage from A, better treading;
SL4 — silage from A, weaker treading;
SL6 — silage from B, better treading;
SL8 — silage from B, weaker treading.

Potentially toxygenic Fusarium species (F. culmorum, F. semitectum, F.
sporolrichioides) were determined only on initial, not ensilaged material, with
16.7 to 33.0%. Although Krnjaja et al. (2004) did not find these species
on the diseased alfalfa plants, except for F. sporotrichioides, but primarily F.
oxysporum, F. solani, F. equiseli, and F. proliferatum, it is necessary to
specially pay attention to them, considering the fact that these Fusarium speci-
es are potential producers of a larger number of mycotoxins and that they are
connected not only to the occurrence of plant diseases, but also diseases in hu-
mans and animals (Table 2). In other words, it is known that mycotoxins:
aflatoxin, deoxynivalenol, zearelenone, and fumonysins are usually diagnosed
in silage (Djordjevi¢ et al., 2004; Selgar, 2004).

Table 2. Toxigenic potential of Fusarium spp. identified on alfalfa (literature data)

Species F. culmorum F. semitectum  F. sporotrichioides

Type A trichotecenes

4-Acetoxyscirpendiol —
Diacetoxyscirpenol a, b
Monoacetoxyscirpenol —
Neosolaniol a, b

M
o oD om o» o

Scirpentriol —
HT-2 toxin — — a

a
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7. T-2 tetraol — — a, b
8. T-2 toxin a a a

Type B trichotecenes

9. 3-Acetyldeoxynivalenol a — —
10. Deoxynivalenol a, b a a
11. Diacetylnivalenol a a
12. Nivalenol — a
13. Nivalenol diacetate — a —
14. Nivalenol monoacetat — a a
Zearalcnone and derivatives
15. Zearalenol — a —
16. Zearalenone a a a
Other fusariotoxins
17. Butenolide — a a

Legend: a — according to Marasas et al. (1984),
b — according to OZzegovi¢ and Pepeljnjak (1995).

Taking into account the data presented in Table 2, the culture F. semitec-
tum SL-B, isolated from the sample of faded alfalfa which contained 0.25
mg/kg of DAS and 1.28 mg/kg of ZEA, was subjected to toxicological in vitro
study. F. semitectum is a cosmopolite fungus, which is according to Domsh
et al. (1980), most frequently isolated from tropical and subtropical regions of
the world. This saprogenic soil microorganism can also be found on decaying
vegetal material in the countries of temperate zone of Europe and North Ame-
rica. In our country, the species F. semitectum is quoted as causing agent of
soy and aubergine (eggplant) seed diseases Jovicevié and MiloSevid,
1990), sunflower seed (Noory, 1983), wheat and barley seed (Bocarov-
-Stanci¢ et al., 2000), and corn in field conditions (Levi¢ et al., 2004).
This mould is, according to Marasas et al., (1984), the only toxic species
from the Arthrosporiela section, which is related to the following human and
animal diseases: a) degnala disease in water buffalo and cattle in India and
Pakistan, which is characterized by edematous swelling of legs, necrosis, and
appearance of necrosed skin on extremities, and b) human esophageal cancer
in the Chinese province Henan.

In the course of the present study, significant impact of cultivation condi-
tion on the biosynthesis of fusariotoxins through F. semitectum SL-B, that is,
on the type of toxin and its yield was established (Table 3).
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Table 3. The yield of fusariotoxins and basic cultivation parameters of F. semilectum SL-B in vi-
tro conditions

Toxin yield
pH Microscopic characteristics (mg/l od mg/kg)
DAS T-2 ZEA

Cult.

Med.
type

GPY A 42 Exceptionally fatt, segmented and vacuolized

hyphae with outstanding spherical deformations. 64.0 0 0

Medium fatt, segmented and vacuolized hyphae, 31.8 0 0

B 40 with periodical spherical deformations.

SPY C 35 Loose mycelium. Fatt, segmented and vacuolized 96 008 0

hyphae.
Fatt, segmented and vacuolized hyphae with
D 3.0 pearl like deformations. 0 0 0
C. K. E - — 4.0 0 6.4

Legend: GPY — 5% glucose + 0,1% yeast extract + 0,1% peptone, pH 5.3;
SPY — 5% saccharose + 0.1% yeast extract + 0.1% peptone, pH 5.3;
C. K. — corn kernels (47% water content).

Stationary cultivation in semisynthetic liquid medium with saccharose (D)
did not produce a positive result in the case of any of tested mycotoxins,
whereas at submersed cultivation in the same medium (C), biosynthesis of
only trichotecen of the A type (0.08 mg/1 T-2 of toxin, and 9.6 mg/l of DAS)
was achieved. The results obtained by the use of nutritive medium with gluco-
se (A and B) also speak of the positive impact of aeration on DAS production.
In both cases (Table 3) there are detected not only considerably higher yields
of the same trichotecen than in SPK, but also two times higher when cultiva-
ting F. semitectum SL-B fungus in conditions of increased aeration (64.0 mg/l
with respect to 31.8 mg/l). Although Marasas et al. (1984) most frequently
propose PSC medium and Chapek’s broth as media for studying toxigenicity
of Fusarium spp. and the temperature of 25°C, we decided to use the liquid
media mentioned above (SPK and GPK) in which we achieved satisfactory re-
sults, taking into account our previous studies (Boc¢arov-Stancic et al.,
2004).

According to the data provided by literature (OZegovié and Pe-
peljnjak, 1995), Fusarium species begin to decay at the substrate humidity
of 12—13%, whereas at 22—23% they multiply intensively. Levic et al.
(2004) quote slightly higher values — minimum water contents which enable
development of the representatives of the same genus are 18—19%. At the sa-
me time, this represents a limiting value for biosynthesis of mycotoxins in ce-
reals, although better yields were, as a rule, obtained on natural substrates with
a higher water content. In accordance with this, in the present study sterile,
uncontaminated corn kernels with initial of 47% water content were used.
Although literature quotes temperature stress as optimal condition for ZEA
biosynthesis (a higher number of weeks at 25°C, which are followed by a cou-
ple of weeks at 10°C), M arasas et al. (1984), show that in the case of so-
me Fusarium isolates higher yields can be obtained by cultivation at constant
temperature. For all these reasons, in the present study of toxigenic potential
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of F. semitectum SL-B was used for cultivation at room temperature (21—
25°C) during four weeks. As Table 3 shows, in the given conditions (E), pro-
duction of ZEA in the quantity of 6.4 mg/kg was verified. Relatively low yield
of this mycotoxin obtained can be explained by weak potential for biosyn-
thesis of F. semitectum strains in comparison with the main ZEA producers:
F. graminearum, of which, according to OZegovi¢ and Pepeljnjak
(1995), even 93% of the strains are toxigenic, or F. culmorum with 63% of
isolates as producers of the same fusariotoxin. DAS yields on the same sub-
strate were also rather low (4.0 mg/kg), although according to M arasas et
al. (1984), larger quantities of the same mycotoxin (up to 23.49 mg/kg) can be
produced on cereals. Even though the same authors quote examples of bio-
synthesis of T-2 toxin which can develop on rice (30°C, seven days), or on
ground white corn kernels (21 days, 15°C), during the present study it was
not possible to detect this type A trichotecene in corn kernels used for cultiva-
tion (E).

CONCLUSIONS

On ensilaged material, despite the low pH value and lack of oxygen, cer-
tain types of field moulds and fungi characteristic of feed storing may develop,
some of which are potential producers of mycotoxins.

On alfalfa and various types of its silage, the dominant types were pecti-
nolitic, chemicellulolitic, and cellulolitic fungi — teleomorph Chaetomium pi-
luliferum and its anamorph Bolryotrichum piluliferum (83.3% and 66.7%,
respectively).

Typical field mycopopulation (Alternaria, Cladosporium, and Fusarium)
were found mainly on the initial poorly areated material and the silage obtai-
ned from it.

From three potentially toxigenic Fusarium species isolated from alfalfa,
with culture F. semitectum SL-B it was established that the biosynthesis of
fusariotoxins in vitro conditions was favoured by: 1) DAS — increased aera-
tion (210 rpm) and use of glucose as the C atom source; 2) T-2 toxin — sac-
charose as the source of carbon, and 3) ZEA — cultivation on the corn kernels
and the temperature of 21—25°C.
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MUKOIIOIYJIALIMNIE CUIAXKE O JIYUEPKE, C ITIOCEBHUM OCBPTOM
HA TIPUCYCTBO TOKCUTEHUX FUSARIUM BPCTA

Anekcannpa C. bouapoB-Cranunh!, Munan J. AnamoBuh?, Henan K. hophesuh?
I buo-Exonomku Llenrtap, IMetpa IpanmuHa 15,
23000 3pemanun, Cpouja u Llpua 'opa
2 VIHCTUTYT 3a TEXHOJIOTWjY HYKJICapHUX M IPYTUX MHHEPAJTHHMX CHUPOBUHA,
®panme n’Enepea 86, 11000 beorpan, Cp6uja u Lpna T'opa
3 TlomwonpuBpenuu (akynrer, Hemamuna 6, 11080 3emyH,
Cpb6uja u Llpna T'opa

Pesnme

Toxom 2003. rox. u3BpIIeHA CYy MUKOJIOIIKA ¥ MUKOTOKCUKOJIOIIKA MCTPaK1Ba-
ha y30paka Jylepke (HEeNmpoOBEeHYJM, MPOBEHYJIM IOJa3HU MaTepujal U Cujlaka of
uctux). MUnentudukonaHo je ykynHo 14 Bpcra, ogHocHO 11 pomoBa ribuBa O KOjUX
cy ca Hajsehom yuecranouihy 3adenexxeHu Chaetomium piluliferum v weroB aHamopd
Bolryotrichum piluliferum (83.3 omHocHO 66.7%). [loTeHMjaTHO TOKCUTEeHE Fusarium
spp. (F. culmorum, F. semilectum w F. sporotrichioides) youeHe cy 3HaTtHO pehe (on
16.7 no 33.0%). W3 y3opka TpoBeHYyJe JIyllepke KOHTAMUHHMpPAHE ca 3eapalcHOHOM
(3EA) un nuanerokcucuupneHoiom (JIAC) usonoan je coj F. semitectum SL-B uuja je
CIIOCOOHOCT 3a OmocHHTe3y (y3apuOTOKCHMHA UCIIMTaHA Y in vitro ycinoBuma. Hajsehn
npuHoc JJAC-a (64.0 mg/l) je mocTUrHyT NIpu CyOBEP3HOj KYJITUBALIMjU Y TEYHOj TOJ-
Jo3u ca riayko3oM. Craba npousBoamwa T-2 tokcuna (0.08 mg/kg) je nobujeHa camo y
TeYHOj nmomjio3u ca caxapo3oMm. 3EA je Hal)eH MCK/bYYMBO IpU KYJITMBALIUMjU Ha BJla-
YKHOM CTEePWJIHOM 3pHY Kykypys3a (6.4 mg/kg).
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MYCOLOGICAL AND MYCO-TOXICOLOGICAL
ANALYSIS OF A HERB (OREGANO)
USED IN THE MEAT INDUSTRY

ABSTRACT: Raw materials used in meat industry can be contaminated with toxi-
genic moulds and mycotoxins. Such raw materials present a source of contamination of fi-
nal products with these compounds. This paper gives a review of the presence of aflatoxin
B1, ochratoxin A and zearalenon and moulds in five different samples of oregano.

KEY WORDS: aflatoxins, ELISA, moulds, mycotoxins, ochratoxins, zearalenon

INTRODUCTION

The technology of food production is constantly evolving; new products
are developed in accordance with very exact health protection and advance-
ment requirements.

Control of food products for the presence of moulds and their toxic meta-
bolites — mycotoxins — is exceptionally important in the drive to manufactu-
re products which are safe and good for human health.

It is known that over 100 different genera of moulds are capable of pro-
ducing mycotoxins. Several species can produce the same toxin; it has also
been established that some moulds can produce two or more different toxic
metabolites.

Contemporary meat-seasoning technology is based on the use of as many
spices as possible, some basic and others supplementary. Pepper, paprika, pi-
mento, garlic and onion are regarded as primary herbs (Savié¢ and Bem,
1983). Additional seasonings (clove, cardamom, ginger, mace and rosemary)
are used to supplement the taste and aroma of the finished product. Cumin and
thyme belong to both categories. Oregano is widespread in Europe, Asia and
North America. Oregano contains 0.15—3% of ethereous oils, primarily car-
vacrol. Its scent varies from finely to powerfully aromatic, and its taste is bur-
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ning and bitter. Oregano is a seasoning much favoured in Italy and some other
Mediterranean countries.

Microorganisms can contaminate herbs, cereal grains, flour and other pro-
ducts of vegetable origin, leading to undesirable consequences. Irrespective of
the level of contamination, the presence of moulds in seasonings can besides
changing colours under certain conditions also lead to the secretion of toxic
metabolites. Mycotoxic-producing moulds can be classified into three groups
by the time of development and contamination on plants and their products: fi-
eld moulds (Alternaria, Helminthosporium, Cladosporium, Fusarium), barn
and storage moulds (Penicillium, Aspergillus) and advanced decay moulds
(Papulospora, Sordaria, Mucor, Rhizopus) (OZegovié and Pepeljnjak,
1995).

Mycotoxins are toxic secondary metabolites of moulds. They get into
food destined for humans and animals through spores and mycelium frag-
ments; they have a wide range of action dependent on their diversity. It has
been established that over 100 different genera of moulds are capable of pro-
ducing mycotoxins. Many species can produce the same mycotoxin, while ot-
hers can generate two or more different toxic metabolites.

Mycotoxicoses are abnormal conditions caused by the alimentary intake
of mould toxins into the human and animal organism. They are neither infecti-
ous nor transmittable by contact. They cause various powerful biological ef-
fects. Some are especially attracted to liver, kidney, heart or circulatory system
tissues. Mycotoxicoses provoke no immunological response and cannot be tre-
ated by traditional medicament-based methods (M a§i¢ et al., 2000). Afla-
toxins are products of the secondary metabolism of Aspergillus flavus and A.
parasticus (Krogh, 1987). Almost all genera of A. parasiticus are toxico-
genic, while the synthesis of aflatoxins in A. flavus varies considerablly from
one genus to another. The most important are aflatoxin B, (AB,), G (AG,) and
their dihydro derivatives AB, and AG,. Most often found in food and animal
fodder is AB,, which is grouped among highly toxic compounds. Given that it
is one of the most powerful mutagens and carcinogens, on the basis of all-ro-
und scientific knowledge the IARC has classified it in Group 1 of human car-
cinogens (Scimeca, 1995). It is followed by AG1, AMI1, AB2 (Durako-
vié etal., 1989). Hydroxil derivatives of the toxins AB2 and AG2, AB2a and
AG?2a, were isolated later.

Ochratoxins are toxic products of storage moulds of the genera Aspergil-
lus and Penicillium. They were first isolated from the species A. ochraceus, af-
ter which they were named. Probably the most important producers of this
group of mycotoxins in tropical and sub-tropical regions are believed to be re-
presentatives of the groups A. ochraceus (A. sclerotiorum, A. sulphureus, A.
ostianus A. melleus) Muntanola-Cvetkovié, 1987).

However, some Penicillium species also synthesise ochratoxins (P. viri-
dicatum, P. aurantiogriseum, P. chrysogenum, P. commune etc.) (Wyllie,
Morehouse, 1977). Varga et al. (1996) have detected this mycotoxin in
A. albertensis, A. auricomus and A. wentii.

Ochratoxins appear in several forms, the most widespread and also most
toxic being ochratoxin A (OA). It has been established that OA causes serious
kidney and liver damage in humans and animals, urinary tract cancer and da-
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mage to the immunological system. It has been hypothesized that it is respon-
sible for the Balkan endemic nephropathy which affects humans in Yugosla-
via, Romania and Bulgaria, as well as human chronic nephropathy in Tunisia
(Masi¢ et al., 2000).

Zearalenon is a toxic product of species in the genus Fusarium. It is
synthesized primarily by F. graminearum, and also F. culmorum, F. roseum,
F. moniliforme, F. solani and other species of the genus (Boc¢arov-Stan-
¢i¢, 1996a). Zearalenon belongs to the phytoestrogen group; a total of 15 dif-
ferent derivatives with varying biological activity have been identified so far.

MATERIAL AND METHODS OF WORK
Mycological research

The mycological research encompassed determination of the total number
of moulds in 1 g of the tested seasoning (oregano) and their identification. Fi-
ve different samples were tested.

The determination of the total number of moulds in 1 g of spice was con-
ducted according to the standard laboratory procedure (S krinjar, 2000), re-
peated twice.

Two types of selective culture media were used: Sabouraud-maltose agar
(SMA) with the addition of antibiotics (I ml chloramphenicol per 100ml of
medium) and maltose yeast extract agar with 50% glucose. The species isola-
ted were identified on the basis of investigation of the macromorphological
properties of colonies and micromorphological properties of conidial and other
structures by key: (Raper, Fenel, 1965), (Samson and van Ree-
nen-Hoekstra, 1988), (Ainsworth and assoc., 1973), (E11lis, 1971),
(Gerlach and Nirenberg, 1982) and (Ramirez, 1982).

Mycotoxicological research

The presence of Aflatoxin B,, ochratoxin A and zearalenon were determi-
ned by the ELISA testing method.

RESULTS AND DISCUSSION

Table 1. Total number of moulds in 1g of oregano

Total No. of moulds / g

Sample
SMA MY 50 G
1 40 1.6 - 102
2 15 1.2 - 103
3 10 4.5 - 102
4 40 1.0 - 102
5 15 1.0 - 103
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In oregano (Table 1) on an SMA medium, sample no. 3 had the smallest
mould contamination, and samples 1 and 4 (40.0) the highest. On a MY50G
medium, sample no. 1 (1.6 - 10?) had the smallest contamination level, while
sample no. 2 (1.2 - 10%) had the highest. Comparison of the results points to
drastic differences between the numbers of moulds grown on the two culture
mediums. The highest number of moulds were generated on the MY50G me-
dium.

Mycopopulations in oregano

Table 2 shows the results of mycological testing of oregano. Most of the
species found were from the genus Aspergillus (4); they made up 57.14% of
all the isolated species. The remaining moulds were from the genera Alterna-
ria, Rhizopus and Penicillium, 14.28% of the total each.

A total of seven species were identified.

Table 2. Types of moulds isolated in the oregano sample

percentage of

genus species total (%)
A. flavus

. A. niger

Aspergillus A rubrum 57.14
A. candidus
Alternaria A. alternata 14.28
Rhizopus R. stolonifer 14.28
Penicillium P. sp. 14.28
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Figure 1. Frequency of genera in the oregano myco-population
(1 — Aspergillus, 2 — Rhizopus, 3 — Penicillium, 4 — Alternaria)
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As shown in Figure 1, storage moulds, most of them toxicogenic, were
dominant in the samples. Aspergillus accounted for fully 82.0% of the overall
oregano contamination myco-population, Rhizopus made up 10.15%, Alterna-
ria 5.6% and Penicillium just 0.4%.

Figure 2. shows that A. flavus (19.75%) i A. rubrum (50.30%) were pre-
dominant in the oregano mycopopulations.
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Figure 2. Frequency of Aspergillus species in oregano myco-populations
(1 — A. niger, 2 — A. fumigatus, 3 — A. candidus, 4 — A. flavus, 5 — A. rubrum)

The presence of toxic metabolites in seasonings

The research showed the presence of toxic mould metabolites in the te-
sted seasoning (Table 3)

Table 3. Mycotoxins in five different samples

Sample Aflatoxin Bl Ochratoxin A Zearalenon
(ng - kg=h (ng - kg=h (ng - kg=h
Oregano 1 22 75 17.5
2 17.5 93 8.5
3 27.5 85.5 16.5
4 17 79.5 10
5 15 82.5 8

AB1 was found in all spice samples. OZegovié¢ and Pepeljnjak
(1995) noted that aflatoxin was not isolated just in animal feed, but also in

very diverse human food samples (soy, peanuts, meal, cheese, meat, eggs, cof-
fee, even mother’s milk).
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Finoli and Ferrari (1994) analysed 40 samples of various spices,
30 of which were found to contain aflatoxins. The biggest concentration of
AB1 (234,3 ng/kg) was found in Cayenne pepper.

In the U.S.,, Cook et al. (1989) detected aflatoxicoses in swine (400
animals found diseased) which had been fed with corn. The quantity of
aflatoxin found was from 1200 to 2000 mg/kg.

OA was found in all spice samples. Juric¢ et al. (2001) tested animal
fodder for OA in the 1994—99 period, a total of 269 samples. All tested sam-
ples of sunflower seed contained OA, some even as high as 10 ppm. OA has
been found in blood plasma and mother’s milk. The effect of mother’s milk
contaminated with OA on children was researched by Skaug (1999) in Nor-
way, where it was found in 3.3% of all milk samples in a quantity of 40 ng/l.

Scientists studied this phenomenon in ochratoxins, which are particularly
noxious elements with a special affinity for coffee and cereals. They estimated
that the grains lost between 2% and 3% of their contamination during wash-
ing, between 3% and 44% during defatting, up to 60% during grinding and
between 5% and 10% during boiling Naresh (2004).

The presence of zearelenon was established in all samples. Boca-
rov-Stancié etal (1998) conducted myco-toxicological research of maize
in the 1990—1995 period. ZEA was identified in just 13—19% of all samples
of naturally dried maize (max. concentration 10 000 pg/kg), but in 25—27%
of the samples of artificially-dried corn (max. concentration 960 ng/kg).

According to published reports, fusariotoxins represent one of the most
important groups of toxic contaminants of cereal grains, their products and
animal feeds.

CONCLUSION

The objective of regular mycological and mycotoxicological control of
spices before the start of the technological processing of food is to reduce the
risks to human health and also economic damage to the food industry.

What else can be done?

The strategy involved identifying the critical points in the food chains
and defining the procedures to avoid these situations — from the pre-harvest
stage right up to marketing and including storage, and all the other stages
along the way. Known as HACCP (Hazard Analysis by Critical Control Po-
ints), this approach is now traditional practice at the industrial processing stage
of food production, although less common upstream.
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Pesnme

CupoBHUHE Koje ce TIpUMeHYjy Y MECHOj MHAYCTPUjU MOTY OMTH KOHTaMMHMpPaHE
TOKCUYKUM TJbUBUIIAMA W MMKOTOKCHMHMMA. TakBe CHUpPOBUHE TMPEACTaBbajy WU3BOP
KOHTaMMHalje (UHAIHOT mpou3Boja koju ux caap:xku. OBaj pam Tipyxa Tperjen
npucycTBa acdnaarokcuHa b, oxpaTokcMHa A 1 3eapajieHOHa U IJbMBULA Y MET pas3iu-
YUTUX y30paKa OpuTaHa.
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PRESENCE OF MOULDS AND MYCOTOXINS
IN SPICES

ABSTRACT: In this paper there are presented the results of mycologic and myco-
toxicologic analysis of seven spices which are being used for production of meat products.
Using standard mycologic methods, in all the tested samples, we noticed a presence of mo-
ulds. By quality and quantity, most represented are genera: Aspergillus and Penicillium.
With smaller occurrence, there are presented genera: Rhizopus, Mucor, Paecylomyces and
Absydia. Mycotoxins — ochratoxin, aflatoxins and zearalenon, are detected in samples of
ground white pepper, ginger, cloves and ground caraway.

KEY WORDS: Aspergillus spp, fungi, mycotoxins, Penicillium spp, spices

INTRODUCTION

Foodstuffs of plant origin, to which species belong, are favourable sub-
strate for development of moulds. Besides changes which challenge, like di-
scoloration, some genera of moulds, in some definite condition, can produce
toxic extracellular metabolites-mycotoxins.

A great number of moulds have the ability to produce mycotoxins. More
species can produce the same mycotoxin, or the same species can produce mo-
re different mycotoxins. With food, moulds and mycotoxins are carried into
human and animal organisms. Most often, they challenge toxigenic effect for
all the cells in the organism, and some have specific affinity for cells liver,
kidney, heart, nerve and hematopoetic tissue (OzZegovié, Pepeljnjak,
1995). Mycotoxins have cumulative ability, and they are eliminated hard from
the organism, which is proved on experimental animals. Also, for mycotoxi-
coses it is characteristic, that they are not treated with classic medical treat-
ment (Mas§ic¢ et al., 2000).
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Spices are often contaminated with moulds, which origin can be from
ground, feces (bird, insect, rodent). Number of moulds in spices grows up be-
cause of irregular treatment at drying, and reduces when activity of water is
(a,, value) under 0,60. Special problem are xerophil moulds, which can deve-
lop on or in a medium with lower free water content (under a, 0,80), and
mostly belong to genus Aspergillus and Penicillium, which most often conta-
minate spices (Horie, 1971; Stefanovié¢ et al, 1973; Takatori,
1977; Ayres, 1980; Leistner, 1985, Frisvad, 1988). Apart from the
mentioned ones, in literature there are quoted the following species of genera:
Cladosporium, Fusarium, Rhizopus, Mucor, Eurotium, Alternaria (Misra,
1981; Roy et al, 1988; Dimié¢ and Skrinjar, 1996; Aziz et al,
1998).

In spices, most often detected are the following mycotoxins: ochratoxin
A, aflatoxins B,, G, and zearalenon (Misra, 1981; Roy et al, 1988).
Mycotoxins fall into the group of heat stable compounds and have long
toxigenic effect during process of production of food products. It is advised,
when using spices in meat technology for meat products, that they are not
thermically treated (fermented drying products), they should be already sterili-
zed (Hadlok, 1969; Leistner, 1985).

The aim of this paper is to isolate and determinate moulds from some
spices, which are being used for production of meat products and to determi-
nate mycotoxins.

MATERIALS AND METHODS

Using mycologic and mycotoxicologic analysis we analysed seven spices
mostly used in meat processing (black and white pepper granule and ground,
garlic ground, onion ground and cutting, ginger, ground cloves, caraway gra-
nule and ground, and tree samples of ground red paprika) (Table 2).

Total count of moulds in 1 g of spices is determined with standard
laboratory procedure (Skrinjar, 2000), with two repetitions. For the iso-
lation of moulds, there are used two selected media: Sabouraud-malt agar
(SMA), with addition of antibiotic and malt yeast extract agar with 50% glu-
cose (MYS50G). Petri plate are incubated for seven days at 25°C. Growth of
moulds was controlled every day, and results were obtained after seven days.
By visual control it was determined percentage of presence of colony. Isola-
tion was done on standard mycologic medium (Malt agar, Czapek agar) with
the aim of determination of isolate.

Thin layer chromatography (TLC) was applied for quantitative and quali-
tative determination of aflatoxins B,+G, (AFT B, + G,), ohratoxins A (OTA)
and zearalenon ZEA, Balzer et al. (1978).

Spices are stored properly in dry and dark place, at 16—18°C, in ade-
quate package. Contents of moisture, ash, essential oils, capsantin and piperin
in spices, are determined in accreditation laboratory at import (Table 2).
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RESULTS AND DISSCUSION

In all the tested a presence of moulds is detected. Spices of genera Asper-
gillus are isolated from all samples with different in presence — by quality
and quantity. Spices from genera Penicillium are isolated from white pep-
per-granule and ground, ground garlic, ground onion, onion-cutting, ground
cloves, caraway-granule and ground and from one samples ground red paprika.
Species of moulds from this two genera are most represented. In much less
number of samples, a presence spices from genera Rhizopus is detected — iso-
lated from black pepper-granule, caraway-granule, onion-cutting and from two
samples of ground red paprika. We sporadically isolated species of genera:
Mucor — (ground caraway and two samples of ground red paprika), Paecylo-
myces — (ground black and white pepper) and Apsydia — (ground caraway)
(Table 1).

Table 1. Review of genera of moulds, isolated from spicesa

N° Name of spice Genera of moulds

1. Black pepper — granule Aspergillus spp., Rhizopus spp.

2. Black pepper — ground Aspergillus spp., Paecylomyces spp.

3. White pepper — granule Aspergillus spp., Penicillium spp.

4. White pepper — ground Aspergillus spp., Penicillium spp., Paecylomyces spp.
5. Garlic — ground Aspergillus spp., Penicillium spp., Rhizopus spp.
6. Onion — ground Aspergillus spp., Penicillium spp.

7. Onion — cutting Aspergillus spp., Penicillium spp., Rhizopus spp.
8. Ginger Aspergillus spp.

9. Cloves — ground Aspergillus spp., Penicillium spp.

10. Caraway — granule Aspergillus spp., Penicillium spp., Rhizopus spp.

Aspergillus spp., Penicillium spp.,
Mucor spp., Absydia spp.

—_
—_

Caraway — ground

Aspergillus spp., Mucor spp.,

12 Red paprika I — ground Rhizopus spp., Penicillium spp.
13. Red paprika II — ground Aspergillus spp., Rhizopus spp., Mucor spp.
14. Red paprika III — ground Aspergillus spp., Rhizopus spp.

Our results are in accordance with the results of investigation of many authors.
So, in spices and medicinal plant samples, there are isolated species of mo-
ulds, which belong in most cases, to genera Aspergillus and Penicillium, while
in substantialy less number, to genera: Fusarium, Absydia, Cladosporium, Rhi-
zopus and Scopulariopsis (A ziz et al., 1998).

Also, Takatori (1977) and Ayres (1980) found a high degree of contami-
nation in spices (cardamon, cinnamon, fennel, coriander, cumin, black cumin
and white pepper), by species from genera Aspergillus and Penicillium. M1 -
sra (1981) and Roy et al. (1988) isolated from coriander, cumin, black
pepper and cinnamon, most number of species of genus Aspergillus, and one
species from genera: Chaetomium, Fusarium, Penicillium, Alternaria, Curvula-

79



ria and Rhizopus. From ground red paprika by mycologic method most species
from genera Aspergillus and Mucor are isolated, but the most frequent were
genera Rhizopus and Eurotium (Dimié¢ and Skrinjar, 1996).

There is obvious identity of our results with the research results of many
authors, who indicate to dominate existence of moulds in spices from genera:
Aspergillus and Penicillium.

Quantity analysis of the tested spices are made on the base of number of
colony in 1 g of spices (Figure 1). The most represented on both media was in
sample number 6 (onion-ground), than in sample number 4 (ground white pep-
per) and number 7 (onion-cutting). All the other samples were significant by
less contaminated, and differences between them were small.

Providing that a presence and growth of moulds are in positive correla-
tion with quality of spices, were made certain chemical investigation. From the
results showed in Table 2, it is clearly seen that percent ages of moisture in ta-
sted spices were from 2,37% to 13,68%, and ash content was from 1,08% to
6,98%, which is in accordance with to the “Book of Regulations (Official pa-
per SFRJ, number 4/85 and 84/87)”. The contents of ether oils, capsantin and
piperin, are in accordance with the literature results (Savié¢ and Danon,
1982) and “Book of Regulations (Official paper SFRIJ, number 4/85 and
84/87)”.

Table 2: List of analysed species of spices and representation of moisture, ash, essential oils, cap-
santin and piperin

Moisture Ash Essential Capsantin Piperin

N Name of spice — botanic name % % oil % mg % mg %

1 Black pepper — granule

- (Piper nigram L) 13,09 4,14 2,20 — 5,10

2 Black pepper — ground

" (Piper nigrum L.) 1094 4,72 1,10 - -

3. (i bepper - Erenule 876 175 200 - -
4. (WPE;t:V ot I)gm““d 13.68 108 170 - —
5. Garlic — ground (Allium sativum L.) 5,09 6,98 — — —
6. Onion — ground (Allium cepa L.) 2,37 6,30 — — —
7. Onion — cutting (Allium cepa L.) 9,81 5,85 — — —
8. Ginger (Zingiber officinale Rosc) 10,18 6,47 2,50 — —
9. Cloves-ground (Eugenia caryophyllata) 9,93 498 10,00 — —

10. Caraway — granule (Carum carvi L.) 10,15 6,80 2,70 — —
11. Caraway — ground (Carum carvi L.) 10,78 6,29 1,60 — —

12. Red paprika I (Capsicum annum L.) 10,02 6,48 — 2,16 —
13. Red paprika II (Capsicum annum L.) 10,93 6,01 — 2,47 —
14. Red paprika III (Capsicum annum L.) 9,81 6,53 — 2,32 —

The fact, that the smallest number of colonies was isolated from ground
cloves could be explained with the finding that eugenol extracted from cloves
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completely inhibited growth of A. flavus and A. versicolor (Hitokoto et
al., 1980). On the basis of previous fact, we may suppose that essential oils

from other spices could also influence the number and composition of moulds
(Figure 1).
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Figure 1. Presence of moulds of media MY50G i SMA

Mycotoxins are detected in four samples, of total fourteen analyses sam-
ples of spices. In ground white pepper and ground caraway OTA is detected,
in ginger ZEA and in ground cloves AFTB,+G,. The detected count OTA and
ZEA is not in accordance with the “Book of Regulations (Official paper SFRJ,
number 5/92 and 11/92)”, while the count of AFT B, + G, is in accordance
with the “Book of Regulations” (Table 3).

Table 3. Results of mycotoxicologic analysis of spices

Ohratoksin A (OTA) Aflatoksin By + Gy 0 1onon (ZEA)

Spice *(max. 10 pg/kg) *((’25)1: B;b ;g%;) *(max. 1 mg/kg)
1. White pepper — ground 30 pg/kg
2. Ginger 2 mg/kg
3. Cloves — ground 15 pg/kg)
4. Caraway — ground 28 ng/kg

* maximal allowed count in accordance with the “Book of Regulations, (Official paper SFRIJ,
number 5/92 and 11/92)”

It is known that, potential producers of aflatoxins are species of genera
Aspergillus (A. flavus and A. parasiticus) (Kro gh, 1987), while production
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of toxins depends on the interaction of genotip and conditions of medium in
which a fungus grows up (Moreau and Moss, 1979). In our investigation
aflatoxin is isolated from ground cloves, where colonis in small number os de-
tected.

A. niger, which is a potential producer. According Pantovi¢ and
Adamovié¢ (1974) of moulds of genera Mucor and Penicillium, can also
synthesize AFT. Earlier investigation approved the presence of this toxin in
samples of food: soya, peanut, flour, cheese, meat, eggs, etc. (OZegovid
and Pepeljnjak, 1995).

In synthetic medium A. flavus produced high concentrations of aflatoxins
(mostly alfatoxin B1, less B1 and B2, B1 and G2 and B1 and G1), while in
natural medium (medicinal plants and spices) it produced low concentrations
of alfatoxins (A ziz et al., 1998).

It is known that species of genera Aspergillus and Penicillium (in the first
place A. ochraceus and P. viridictum) are OTA — producers. In our investiga-
tion we detected a presence OTA as a species of genera Aspergillus and Peni-
cillium, at ground white pepper and ground caraway.

From ginger small number of colonis of genera Aspergillus is isolated,
while it is registered a presence of zearalenon which producers are species of
genera Fusarium. On the basis of presence of toxins, we can conclude that
species of genera were presented in ginger in some phase of growth or during
production.

CONCLUSION

At all the tested samples of spices, presence of moulds is detected. Speci-
es of genera Aspergillus and Aspergillus are mostly presented, and a greater
number of colony from 1 g of spice is isolated from ground white pepper, gro-
und onion and onion-cutting.

Of fourteen tested samples of spices, mycotoxins are detected in four
samples. Concentration of OTA at ground white pepper and ground caraway,
as like ZEA at ginger, was higher than limited, while concentration of AFTB,
+ G, at ground cloves, was in recommended limits.
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MPUCYCTBO IIVIECHU 1 MUKOTOKCHUHA Y 3AYMHNMA
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Pesume

Y 0BOM pany Cy MpuKazaHW Pe3yITaTh MUKOJIOIIKE U MUKOTOKCUKOJIOIIKE aHa-
JIN3e cellaM 3auMHa Koju ce Hajuelithe kopucrte y mpepanu Meca (LpHU U O6esn 6ubep y
3pHY U MJIEBeHU, OeJIu JIYK Y TIpaxy, LIPHU JIYK MJIEBEHU U Pe3aHlld, UHTBEp, MJIEBEHU
kapaH®uanh, KuM y 3pHY U MJIEBEHM, KaO M TPU Y30pKa MJIEBEHE CJIaTKe IMarpuKe).

VYkynan Opoj miaecHu y 1 g 3aurHa, oapeheH je mo craHmapaHOM JlabopaTopuj-
ckoMm moctynky (LIl x p u 1 a p, 2000) y nBa nmoHaBbama. 3a U30J1alUjy IUIECHU KOPU-
mwrtheHe cy nBe cenektuBHe momiore: Caboypayn-manTo3Hu arap (SMA) y3 poaaTtak
AHTUOMOTHKA W CJIaIHM KBalrdeB eKcTpakT arap ca 50% rinykoze (MY50G).

KBanuratuBHO M KBaHTUTAaTUBHO oapehuBamwe aduatokcuHa B, + G, (AFT B, +
G,), oxpatokcuHa A (OTA) u 3eapaneHoHa ZEA), M3BpILEHO je NMPUMEHOM TAHKO-
cnojue xpomarorpaduje (TLC meronmonoruje) Balzer et al. (1978).

VY CBUM UCIUTUBAHUM y30plLMMa 3a4yMHa YTBPHEHO je TpUCYCTBO IUieCcHU. Bpcre
pona Aspergillus cy uU30J0BaHe M3 CBMX y30paka ca pasjiukaMa Yy KBJIMTATUBHOj U
KBaHTUTATUBHOj 3acTyIUbeHOCTH. Bpcre m3 poma Penicillium cy m3onoBaHe uU3 Oejior
6ubepa y 3pHY M MJIEBEHOT, OEJIOT JIyKa y Mpaxy, MJIEBEHOT IIPHOT JIyKa, IIPHOT JIyKa Y
pe3aHuuMa, MJIeBeHOI KapaHduiauha, KMMma y 3pHY M MJIEBEHOTI M U3 jeAHOT y30pKa
MJIeBeHe cllaTKe Tarnpuke. Bpcre miecHuM u3 oBa JBa poja Cy Haj3acTyrubeHuje. Y
MHOTO MameM Opojy y3opaka yTBphEHO je MpUcycTBO BpCcTa U3 poja Rhizopus — uU30-
JIOBaHe Cy M3 IpHOT O6ubepa y 3pHY, LIPHOT JyKa y pe3aHlliMa, KUMa y 3pHy M U3 JBa
y30pKa ciaTke manpuke. CriopaiuyHoO Cy M30Ji0BaHe BpcTe ponoBa: Mucor — (MJeBe-
HM KUM M JBa y30pKa MJIEBeHe cjaTke namnpuke), Paecylomyces — (MJIeBeHU LIPHU U
Oenu 6ubep) u Apsydia — (MJIEBEHU KKUM).

C 003upom J1a ¢y NMPUCYCTBO U Pa3BOj IJIECHU Y MO3UTUBHO]j KOPEJIallju ca KBa-
JINTETOM 3a4nHa, obaBJbeHa Cy oipeleHa XeMHUjCKa MCIUTHBaFba: Cajapikaj Bjare, Tie-
neja, eTapcKvX yJba, KallCaHTWHA W TurepuHa. IIporieHaT Biare Koi MCIUTHUBAHUX
3aynHa m3Hocuo ox 2,37% no 13,68%, a campikaj memena kperao ce ox 1,08% mo
6,98%, wro je y ckmamy ca Baxehum [lpasuanuxom (Cn. nuct CDPJ, 6p. 4/85 un
84/87). Canpikaj erapckux yiba, KaliCaHTMHA M MMUIIEPUHA je Y CKJIaay ca JIMTeparyp-
HuMm nomanmMa (CaBuh u anoH, 1982) u Ilpasusnuxom (Cn. muct COPJ, op.
4/85 u 84/87).

YumeHuiia 1a je HajMamkyu Opoj KOJIOHMja M30JI0BaH M3 MJIEBEHOr KapaHduauha
MOJXKIa MOXe Ja ce o0jaCHM HaJla30M Jia €YreHOJI eKCTpaxoBaH M3 KapaHdwinha 1moT-
nyHo uHxubupa pact A. flavus u A. versicolor (XutoxoTto u cap., 1980). Ha
OCHOBY TIPETXOJIHEe KOHCTaTallljeé MOXeE Ce MPETIOCTaBUTH Ja Cy eTapcka y/ba M KOJ
OCTaJiMX 3aYyMHa MOIJIa YTMIATHM Ha OPOjHOCT M cacTaB IUJICCHHU.

O yKyIHO YeTpHaecT aHaJM3UPaHUX y30paka 3aulHa, MUKOTOKCUHU Cy yTBphe-
HU Kon yetupu y3opka. Caapikaj OTA kom mieBeHor Gesor 6ubepa M MJIEBEHOT KMMA,
kao u ZEA koj uHrBepa, OMo je u3Haa mpornucaHor, 1ok je caapxaj AFTB; + G, kon
MJIEBEHOI KapaHduinha Ouo y rpaHuuama aeduHMcaHUM Baxkehum [lpasuanuxom,
KOju peryauiie oBy o0JacT.
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OCCURENCE OF OCHRATOXIN A IN FEED
AND RESIDUE IN PORCINE LIVER AND KIDNEY

APSTRACT: The effect of ochratoxin A in feed for pigs, and the incidence of its re-
sidue in liver and kidney were investigated. The samples were taken from farms and corre-
sponding slaughterhouse in different areas of Serbia. The criteria for OTA residue exa-
mination in the mentioned tissues were macroscopic alterations in kidneys, that is a marked
kidney ishemia. 14 feed samples, 12 kidney samples and 12 liver samples in total were
examined. The average OTA concentration in feed was 25,24 ng/kg (0,0—85 pg/kg). The
presence of the OTA residue was found in all of examined tissues samples. The average
OTA concentration in kidneys was 2,37 ng/kg (1,0—8,2 pg/kg), in liver was 2,66 pg/kg
(1,2—5.5 pg/kg). The experiment showed that the average OTA concentration in feed of
farm A in contrast to farm B was significantly low (p < 0,05), in liver was significantly
lower (p < 0,01), while in kidneys was not significantly low (p < 0,05). The correlation
between these three findings was postulated and discussed.

KEY WORDS: feed, ochratoxin A, pigs, residue

INTRODUCTION

Information about fungi associated with food and feeds is important in
assessing risk of mycotoxin contamination. Therefore, the presence of certain
fungi implicates a potential risk for animal health (5). Feeding mouldly feeds
contaminated by mycotoxins is able to cause adverse effects on animal health
and productivity and large economical losses. The carry over of mycotoxins or
their metabolites into foodstuffs of animal origin (9) are also essential informa-
tion elements. The role of carry-over of a certain mycotoxins has especially to
be seen in the light of possible consequences for humans health (13) consu-
ming contaminated foodstuffs of animal origin. Meat of this animals has poor
production features (20). Ochratoxin A (OTA) is a mycotoxin produced by se-
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veral fungi of the genera Aspergillus and Penicillium, (12) principaly P. verru-
cosum in temperate climates, and A. ochraceus in varm region, (24) and other
moulds of ochraceus group (12, 26). Importance of OTA is usualy evaluated
by nutritive-health impact, but real and final opinion of OTA importance is
possible to acquire only on the basis of data that residue of OTA is appears in
tissues of animals, feeded feeds contaminated by mycotoxin. The number of
data on OTA in meat and meat products was reported (11, 12, 19, 28, 35).
Fact that is in our area pigmeat most present in human consumption make a
possibility to human ochratoxicosis. Ochratoxin A is a nephrotoxic mycotoxin
with carcinogenic, (24) teratogenic, immunotoxic, (6, 18, 33) genotoxic effects
in many species, and possibly neurotoxic properties (4, 22). Ochratoxin A has
been implicated in the ethiology of Balkan endemic nephropathy, (17) and
urinary tract tumors in humans (24, 29). Therefore, from a toxicological (7,
23, 31) and economical point of view, OTA appears to takes place in many
scientific investigation.

The aim of this study was to determine the presence of OTA residue in
liver and kidneys of fattening swine, slaughtered regularly, depending on feed
levels of OTA in samples of complete feedmixes intended for fattening swine.
On the slaughterhouse line, during meat inspections, the samples of kidneys
where macroscopic alteration noticeably expressed that is a kidney ishemia
were taken. The samples of liver from the same carcasses were taken. The cor-
relation between the three findings was postulated and discussed.

MATERIALS AND METHODS

The investigations were carried out in Central (NiSki) and North region of
Serbia, on the farms and corresponding slaghterhouses. With the aim to deter-
mine the content of OTA in samples of complete feedmixes intended for fatte-
ning swine, samples were taken every 30 days. The investigations included
kidney and liver samples from normally slaughtered pigs. The criteria for OTA
residue examination in the stated tissues were characteristic colour and size re-
nal changes, such as “mottled or pale enlarged kidneys”. The samples of liver
were taken from the same carcasses. Thin layer chromatography was applied
for sample analysis according to the method described by Balzer et al.
(1978), and for tissues samples we used the same method modified by Pe -
peljnjak et al. (1982).

RESULTS AND DISSCUSION

The obtained results are summarized in Table 1, 2, 3, 4, 5, 6 and in a
Picture 1.
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Figure 1. Macroscopic changes of the type “mottled or pale enlarged kidneys”
during meat inspection

Table 1. The contents of OTA in samples of complete feedmixes for fattening swine [ug/kg]

Statistical paramerers

Farm N —
X + Sy c Cv Iv
A 7 31,402 + 10,28 27,20 86,62 0,0—85,0
B 7 19,000 + 3,48 9,22 48,52 8,0—36,0
Total 14 25,21 + 7,76 20,54 81,47 0,0—85,0
ab p < 0,05

The OTA results in samples of complete feedmixes intended for fattening
swine collected from farm A and farm B, are shown in Table 1. The obtained
results indicate that the average OTA concentration (31,4 pg/kg) in samples of
complete feedmixes intended for fattening swine from farm A, varied between
0,0—85,0 ng/kg, and the higest concentration (85,0 pg/kg) was found in De-
cember, while in feed samples from farm B, the average OTA concentration
(19,0 pg/kg), varied between 8,0—36,0 pg/kg, and the higest concentration
(36,0 pg/kg) was found in March. On the basis of the results in mycotoxi-
cological surveys, it can be concluded that contamination of animal feeds by
muolds caused OTA productions, under storage condition.

The obtained results are in accordance with tose of domestic and foreign
authors (3, 8, 21, 34). Also, the obtained results support the opinion that in our
areas OTA and moulds are producers of OTA prevalent that aflatoxin (14, 36).
The experiment showed that the average OTA concentration in samples of
complete feedmixes intended for swine of farm A in contrast to farm B was
significantly low (p < 0,05). However, the presence of OTA was accordance
with the values stated in the Book of regulations on the maximum tolerable le-
vels of harmul substances and compounds in animal feed, it can be concluded
that the pressence of OTA in the obtained values is able to cause disturbance
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of health and production results in swine breeding production. In conclusion,
the natural occurrence (frequency and concentration) in relation to toxicolo-
gical relevance of OTA, play an important role, especially in subclinical
toxicosis.

Table 2. The occurrence of characteristic macroscopic changes of the type “mottled or pale enlar-
ged kidneys” during meat inspection. (%)

Farm I 1I 11T v \% VI vl Total
A 70 78 85 80 65 61 66 72,14
B 40 50 40 47 55 80 60 53,14

Total 55 64 62,5 63,5 60 70,5 63 62,64

The occurrence of characteristic macroscopic changes of the type “mot-
tled or pale enlarged kidneys” during meat inspection are shown in Table 2. A
kidney in pigs with characteristic macroscopic changes of the type “mottled or
pale enlarged kidneys” has been frequently identified at meat inspection of sla-
ughtered pigs.

The analysis of this trial shows that the frequency of observed kidney
with characteristic macroscopic changes of type “mottled or pale enlarged
kidneys” varied significantly in the examined farms. From 61—85% in farm
A, to 40—60% of slaughtered pigs from farm B, had kidney lesions of the
type “enlarged mottled or pale kidneys” established during meat inspection.
The investigations of kidney samples of pigs from farms A and B, showed that
the frequency of observed kidney were very similar compared to those from
other countries (19, 32, 37).

Table 3. Residue of ochratoxin A in tissues of slaugtered pigs [pg/kg]

Statistical parameters
Farm N

X + Sy c Cv Iv
Liver
A 6 3,62a + 0.50 1,24 34,25 22—55
B 6 1,70b + 0.20 0,49 28.82 1,2—25
Total 12 2,66 + 0.55 1.35 50.76 1.2—55
Kidneys
A 6 3,15 + 1.07 2,62 83,17 1,0—8,2
B 6 1,58 + 0.29 0,72 45,56 1,0—3,0
Total 12 2,37 + 0.82 2,01 84,81 1,0—8,2
ab p < 0,01

The presence of OTA residue in kidneys and liver of slaughtered pigs
from farm A and farm B, are shown in Table 3. The toxicological investigati-
ons of kidneys and liver samples of pigs from various farms, showed that the
residue of OTA in examined tissues were presented. The obtained results
showed that the contamination levels of OTA in the kidneys and liver samples
are very similar compared to those from other authors (2, 11, 35, 37).

88



The results of these analysis made it possible for us to compare the ave-
rage concentration of OTA in liver and kidney samples between farm A and
B. The average concentration of OTA in liver samples from farm A was 3,62
pg/kg in comparison to 1,70 pg/kg in liver samples from farm B. The differen-
ce was statistically significantly lower (p < 0,01). The average concentration
of OTA in kidney samples from farm A was 3,15 pg/kg in comparison to 1,58
pg/kg in kidney samples from farm B, and this difference was not significantly
low (p < 0,05). The average OTA concentration in kidneys in contrast to liver
was not significantly low (p < 0,05). These findings confirm that after resorp-
tion, higher amount of OTA occur in liver then in kidney and muscle, (10) be-
cause of its first-passing through the liver. The effects of OTA appeared to be
longer-lasting than those of other mycotoxins, and possessed cumulative fea-
ture.

Table 4. Correlation between feed level and tissue levels (residues) of ochratoxin A in pigs [R]

Farm A Liver Kidney Feedmixes
Feedmixes 0,011 0,933 —
Kidney 0,07 —
Liver —

Table 5. Correlation between feed level and tissue levels (residues) of ochratoxin A in pigs [R]

Farm B Liver Kidney Feedmixes
Feedmixes 0,608 0,727 —
Kidney 0,864 —
Liver —

Table 6. Correlation between feed level and tissue levels (residues) of ochratoxin A in pigs [R]

Total Liver Kidney Feedmixes
Feedmixes 0,345 0,913 —
Kidney 0,313 —
Liver —

The carry-over of OTA from feed to tissues was elucidated in this study.
The correlation between feed level and tissue levels (residue) of OTA in pigs
is shown in Table 4, 5 and 6. It has been established that there is a statistical
association between the correlation of OTA in feed samples and tissues sam-
ples. The results obtained indicate that between feed level and tissue levels of
OTA there exist positive correlation, and regression line caracterizes polyno-
mial functional dependance. There was a high correlation between the feed le-
vel of OTA and the residue levels in the kidneys (R 0,933), while a low corre-
lation was established between the feed levels of OTA and the residue level in
the liver (R 0,011), as well as between the residue level in the liver and the re-
sidue level in the kidneys from farm A (R 0,07).
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The surveys conducted in farm B showed that there was a middle correla-
tion between the feed level of OTA and the residue level in the liver (R
0,608), as well as between the feed level of OTA and the residue level in the
kidneys (R 0,727). There was a high correlation between the feed level of
OTA and the residue level in kidney (R 0,864).

The results from these surveys indicated that there was a low correlation
between the feed level of OTA and the residue level in liver (R 0,345), as well
as between the residue level in kidneys and the residue level of OTA in liver
(R 0,313). There was a high correlation between the feed level of OTA and
the residue levels in the kidneys (R 0,913). These results are in accordance
with those of other studies (15, 16).

CONCLUSION

On the basis of the results in toxicological surveys, it can be concluded
that:

1. Ochratoxin A was detected in over 70% of examined samples of com-
plete feedmixes intended for swine. The presence of OTA was according with
the values stated in the Book of regulations of the maximum tolerable levels
of harmful substances and compounds in animal feed. The experiment showed
that the average concentration of OTA in samples of complete feedmixes in-
tended for swine of farm A in contrast to farm B was significantly low (p <
0,05).

2. The analysis of this trial shows that the frequency of the observed
kidney with characteristic macroscopic changes of type “mottled or pale enlar-
ged kidneys” varied significantly in the examined farms. From 61—85% in
farm A, to 40—60% of slaughtered pigs from farm B had kidney lesions of
the type “enlarged mottled or pale kidneys” established during meat inspec-
tion.

3. The toxicological investigations of kidney and liver samples of pigs
from various farms, showed that the residue of OTA in the mentioned tissues
were presented. The average concentration of OTA in liver samples from farm
A was 3,62 ng/kg in comparison to 1,70 ug/kg in liver samples from farm B.
The difference was statistically significantly lower (p < 0,01). The average
concentration of OTA in kidney samples from farm A was 3,15 pg/kg in com-
parison to 1,58 pg/kg in kidney samples from farm B, and this difference was
not significantly low (p < 0,05). The average OTA concentration in kidneys in
contrast to liver was not significantly low (p < 0,05).

4. The results obtained indicate that the between feed level and tissue le-
vels of OTA there exist a positive correlation, and regression line caracterizes
polynomial functional dependance. The results from these surveys indicated
that there was a low correlation between the feed level of OTA and the resi-
due level in liver (R 0,345), as well as between the residue level in kidneys
and the residue level of OTA in liver (R 0,313). There was a high correlation
between the feed level of OTA and the residue levels in the kidneys (R 0,913).
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5. The contamination of animal feed with moulds causing many deleterio-
us effect. The main importance fungal contamination of feeds is because of its
potential for mycotoxin production. Feeding mouldly feeds contaminated by
mycotoxins is able to cause adverse effects on animal health and productivity
and large economical losses. Besides protecting pigs from deleterious OTA ef-
fects, the main goal in swine breeding production is to provide foodstuffs of
high value for human consumption.
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SACTYIIJbEHOCT OXPATOKCHMHA A ¥V XPAHU U PE3NIYA
Y JETPU U BYBPESUMA CBUA

Hparan P. MunuheBuh,! Bet. crewr., mpod. ap 3natad J. CuHoBelr,?
np CHexxana C. Camumh,! Jly6paska K. Bykosuh,’ crem. ¢us.-xem.
I UHCTUTYT 3a XUTUjeHY W TeXHOJOTujy Meca, beorpan
2 akynTeT BeTepuMHApCKe MeaulMHe, beorpan
3 Hayynu mHCTUTYT 3a BetepuHapctBo CpbOuje, beorpan

Pesume

Y oBOM pajy UCIUTHMBAH je YTULAj OXPATOKCUHA A Yy XpaHU 3a MCXPaHy CBUHA
Ha II0jaBy pe3umya y jeTpu M OyOpe3mma. 3a MCIUTHUBabE CTeIleHAa KOHTaMHWHALMje
cMellla 3a 3aBpPIIHM TOB CBHH»A OXPATOKCMHOM A y30plLiM Cy y3MMaHM Ha cBakux 30
naHa. ITopen cmerna, 3a MCIIMTUBame caapykaja pesuaya y YHYTpallllbUM OpraHuMma
KJIMHUYKYW 3IpaBUX CBUIbA Ha JIMHUjU KJIarba WUCTOT JaHa Cy Y3MMaHUW YHYTPAIIbHU Op-
raHu CBMHbAa TOpekioM ca mpaheHux ¢dapmu. ToKOM Mperiena 3akjaHUX CBHHbA Ha
JIMHUjU KJama mocedHa makiwa Owia je mocBeheHa MOpP(OJIOLIKMM HpoMeHama Oy-
Opera tumna Ojenux (MCXeMUUYHUX), ,,Ka0 KyBaHux’ OyoOpera. [IpomemeHu OyOpesu cy
y3uMaHu, a 3aTuM W npunanajyha jerpa. ITpucyctso OTA je yrBpheHo y mnpeko 70%
WMCMUTUBAHUX y30paka cMella M TO Yy JI03BOJbEHHWM TIpaHMIlaMa, a pasjivuKe y mocMma-
TpaHOM o0enexjy usmely nojeauHux rpymna ouie cy craTUucTuuku 3Hauajue (p < 0,05).
Maxkpockoricke TTpoMeHe 0oje, 00JiMKa 1M BeJMurMHe OyOpera, youeHe Ha JJMHUjU Kilara
KO KJIMHWYKU 3[PaBUX CBUIbA, 3acTyIUbeHe ¢y y 40—85% ciydajeBa y 3aBUCHOCTH O]
nepuona. ¥ CBUM y30piMMa MOPQOJIONIKA TTPOMEHhEeHUX OyOpera, Kao M y y3opluma
jeTapa KUBOTHHA ca youeHUM MOpPGhOJOIIKUM MpoMeHaMa Ha OyOpe3uma, yTBpheHo
je mpucyctBo pesuaya OTA. YTBpheHa pasnuka y cagpxkajy OTA y jerpama ca oarona-
pajyhux dapmu nokasajia ce CTaTUCTUYKM Bpsio 3HauyajHoM (p < 0,01) nok ce canpixkaj
OTA y 0ybOpe3uma ca oarosapajyhux ¢apMu U Topel U3pa)KeHUX HyMEPUYKUX pasJini-
Ka HUje CTaTUCTUYKM 3HavyajHO pasnukosao (p > 0,05). Cagpxkaj OTA y OyOpe3uma u
jetpu ca oarosapajyhux dbapMu HUje ce CTAaTUCTMUYKU 3HAuajHO pasdnukoBao (p > 0,05).
HcnutuBamem MelyycoOHe 3aBucHOCTH campikaja OTA y cMellama M opraHMMa pe-
JIOBHO 3aKJIaHUX, KIMHUYKUA 3OpaBUX CBUIba, 30MPHO 3a 10 OrJied, YTBpheH je HU3aK
cTereH MOo3uTUBHE Kopenanuje usmely caapxkaja OTA y xpaHu u caapikaja y jeTpu,
kao u usmel)y caapxkaja OTA y jerpu u 0yopesuma (R 0,345 u R 0,313), nok je uzme-
By campxkaja OTA y xpaHu u caapkaja y Oyope3uma yTBpheH BpJIO BHUCOK CTEIeH KO-
penauumje (R 0,913).
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EFFICIENCY OF CRUDE CORN EXTRACT CLEAN-UP
ON DIFFERENT COLUMNS IN FUMONISINS
DETERMINATION

ABSTRACT: The efficiencies of different clean-up procedures for crude corn extract
from corn samples naturally contaminated by fumonisins B; and B, were compared. These
procedures precede liquid chromatography determination with fluorescence detection. The
efficiencies of immunoaffinity columns (IMA), strong anion exchange columns (SAX), as
well as columns with reversed-phase Cig (RP C;g) were investigated. No significant diffe-
rences in the obtained results were found, regardless of the crude extract clean-up procedu-
re. However, the use of IMA columns for clean-up provided better chromatographic resolu-
tion, with the clean-up procedure being the simplest and the fastest. Also, because of the
possibility of IMA column regeneration, it is possible to prepare ten samples on one co-
lumn, so all in all, the lower price of SAX and RP C;g columns is of no great significance.

KEY WORDS: Clean-up extract (IMA, SAX, RP C;g3 columns), fumonisins, liquid
chromatography, maize

INTRODUCTION

Fumonisins are a group of compounds isolated for the first time from a
fungus culture Fusarium moniliforme in 1988 (Gelderblom et al., 1988).
They are produced by Fusarium moniliforme Sheldon (also known as Fusari-
um verticillioides (Sacc.) Nirenberg) and Fusarium proliferatum, which are
widely spread in nature, and most frequently contaminate corn and corn pro-
ducts (WHO, 2000).

All quantitative techniques used for fumonisins determination, except
enzyme-linked immunosorbent assay (ELISA) and in some cases liquid chro-
matography (LC) with mass detector, require clean-up of crude extract of the
analyzed sample (Abramovic¢ et al., 2002; JaksSic¢, 2004). Cartridges
with different sorbents are used for that purpose: columns filled with C,, re-
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verse phase (RP C,;), columns with strong anion exchange (SAX), as well as
immunoaffinity (IMA) columns.

Comparison of efficiencies of the above said three types of columns for
crude extract clean-up from different samples was the subject of several pa-
pers. For example, Miiller and Gustavsson (2000) determined fumo-
nisins B, (FB,) and B, (FB,) in different maize products by two different met-
hods based on clean-up steps using an immunoaffinity column and a combina-
tion of SAX and C,4 columns, respectively. Recovery, repeatability, and results
from the survey showed comparable results among these methods. Further-
more, De Girolamo et al. (2001) compared the efficiency of clean-up of
extracts from different maize products on SAX and IMA columns. They found
that the use of SAX clean-up column for maize flour, muffins and infant for-
mula gave better fumonisins recoveries than IMA clean-up, while this was not
the case with corn flakes and extruded maize. However, a peak interfering
with FB, appears in the chromatograms of some extracts when a SAX column
is used for clean-up, which, according to the authors makes the use of IMA
columns obligatory.

Continuing our previously begun research (Abramovic¢ et al., 2005),
the aim of this work was to compare the efficiencies of all three types of co-
lumns in clean-up of spiked corn extract, as well as to investigate the pos-
sibility of multiple use of SAX and RP C columns, i.e. their regeneration.
Finally, the investigations were performed using crude extract of corn samples
naturally contaminated with fumonisins B, and B, in respect to recovery of fu-
monisins and chromatography resolution.

MATERIAL AND METHODS

All solvents used for fumonisins extraction from corn samples, as well as
those for the mobile phase preparation were of LC grade. All chemicals used
in the investigation were of reagent grade. Solutions were prepared in deioni-
zed water except when stated otherwise.

Fumonisins calibrant solutions. Fumonisins B, (Sigma, from Fusarium
moniliforme, approx. 98% TLC) and B, (Sigma, from Fusarium moniliforme)
were purchased as analytical standards. Calibrant solutions were prepared in
acetonitrile-water (50:50, v/v) at concentration of 100 pg/ml for FB, and FB,.
Fumonisin calibrant solutions are stable up to 6 months when stored at 4°C
(Visconti etal., 2001). Stock solution containing FB, at 10 ng/ul and FB,
at 5 ng/ul was prepared by measuring 500 pl calibrant solution FB, and 250 pl
calibrant solution FB, into 5 ml volumetric flasks and diluting to volume with
acetonitrile-water (50:50, v/v). Working calibrant solutions were prepared by
appropriate dilution of stock solutions with acetonitrile-water (50:50, v/v).
Standard solutions were stored at 4°C.

Preparation of phosphate-buffered saline (PBS). 8.0 g NaCl, 1.2 g anhy-
drous Na,HPO,, 0.2 g KH,PO,, and 0.2 g KCI were dissolved in about 990 ml
water, pH was adjusted to 7.0 and the solution was diluted to 1 L.
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Preparation of o-phthaldialdehyde-2-mercaptoethanol reagent. 40 mg o-ph-
thaldialdehyde (OPA, Sigma, min. 99%) were dissolved in 1 ml methanol, di-
Iuted with 5 ml 0.1 mol/l Na,B,0,, and 50 ml 2-mercaptoethanol (MCE, Ser-
va) were added. This reagent is stable up to 8 days in a capped, aluminum
foil-covered vial in the dark.

LC mobile phase. Methanol-0.1 mol/l NaH,PO, (Merck, extra pure) (78:
22, v/v), with pH adjustment to 3.3 with o-phosphoric acid. The mobile phase
was filtered through a 0.45 mm membrane (ISO-DISC™ Filters PTFE 25-4,
Supelco).

Sample preparation. Corn samples were collected during autumn of 2002
from four localities in Vojvodina. Immediately after sampling, 1000 g of each
sample were prepared by grinding in a laboratory mill in such a way that 93%
passes through a sieve with pore diameter of 0.8 mm. After that, the sample
was homogenized by mixing. Samples prepared in such a way were packed in
plastic bags and stored in a freezer at —20°C until analysis. Prior to each
analysis, the samples were allowed to reach room temperature.

Principle of determination

Fumonisins were extracted from corn with acetonitrile-methanol-water.
After filtration (and dilution), the crude extract was cleaned-up on one of the
columns. The final sample extract was derivatized with o-phthaldialdehyde and
2-mercaptoethanol and analyzed by reversed-phase liquid chromatography with
fluorescence detector.

Extraction. 20.0 g samples were extracted twice with 50 ml of acetonitri-
le-methanol-water (25:25:50, v/v/v) in a laboratory blender for two minutes.
The combined extracts were centrifuged at 3000 x g for 10 min, with subse-
quent supernatant filtration through filter paper (Macherey-Nagel, Type 751,
Diiren, Germany).

Clean-up of raw extract

Immunoaffinity column clean-up. 10 ml of the filtered extract was diluted
with 40 ml of PBS. The diluted extract was then filtered through a 1.0-um
microfiber filter (Vicam, Watertown, MA, USA). 10 ml of the filtrate were
then applied to an IMA column (FumoniTest™, Vicam, Watertown, MA,
USA). After rinsing of the column with 10 ml of PBS, fumonisins were eluted
using 3 ml of methanol (MeOH), at a rate of 1 drop per 10—15 seconds. The
eluate was evaporated just to dryness at 60°C. Purified residue was redissolved
in 200 pl acetonitrile-water (50:50, v/v).

Regeneration of the IMA columns. One IMA column was used five times
in a row. Each time, after the elution of toxins, the diluted extract was applied
to the same column. After that, the column was washed with 10 ml of PBS so-
lution, leaving a part of the solution on the column. The column was regenera-
ted at 4°C for 24 h.
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SAX column clean-up. 2.5 ml of the filtered extract were applied to a
SAX column (LC-SAX SPE Supelclean™, Supelco, Bellefonte, USA, capacity
3 ml, with a 500 mg filling) which was previously conditioned with 3 ml Me-
OH and 3 ml of mixture MeOH-water (3:1, v/v). The column was rinsed with
3 ml of mixture MeOH-water (3:1, v/v) and 3 ml MeOH. After that, fumoni-
sins were eluted from the column with 3 ml of mixture MeOH-acetic acid
(99:1, v/v). The rate of elution was 1 drop per 10—15 seconds. The eluate
was evaporated just to dryness at 80°C, 1—2 ml of MeOH were added and
once again evaporated to dryness. Purified residue was redissolved in 200 pl
acetonitrile-water (50:50, v/v).

Regeneration of the SAX columns. One SAX column was used five times
in a row. Each time, after the elution of toxins, the raw extract was applied to
the same column. After that, the column was regenerated by washing with 5
ml of 0.1 mol/l water solution of HCI and 8 ml water, filled with MeOH and
left at room temperature for 24 h.

RP C\g column clean-up. 5 ml of the filtered extract were diluted with 12
ml of 1% KCI solution and filtered through 1.0-pm microfiber filter paper. Af-
ter that, 8.5 ml of the diluted extract were applied to a RP C,; column (LC-18
SPE Tubes Supelclean™, Supelco, Bellefonte, USA, ~10% C, endcapped,
capacity 6 ml, with a 1 g filling), previously conditioned with 5 ml MeOH and
5 ml 1% KCI solution. The column was eluted with 10 ml of acetonitrile-1%
KCI (2:8, v/v) mixture. Fumonisins were subsequently eluted with 12 ml of
mixture acetonitrile-water (7:3, v/v), the rate of elution being 1 drop per
10—15 seconds. The eluate was evaporated just to dryness at 60°C. Purified
residue was redissolved in 200 pl acetonitrile-water (50:50, v/v).

Derivatization and liquid chromatography

A 50 pl aliquot of the extract was mixed with 50 pl of the OPA-MCE re-
agent at room temperature with the reaction time of one minute with stirring.
20 pl of derivatized solution were injected into the LC system. The equipment
consisted of an LC system — BioRad 2800 with Supelcosil™ LC-18-DB co-
lumn (250 x 4.6 mm id, particle size 5 mm) with a fluorescence detector
Hewlett Packard 1046A, response time 4 s, flash frequency 220 Hz. LC pump
delivered 1 ml/min constant flow rate. Wavelength of excitation radiation was
220 nm and emission 440 nm.

RESULTS AND DISSCUSION

In our previous work, optimal conditions were established for separation
and determination of fumonisins by the LC method, as well as the clean-up
efficiency of IMA columns for spiked corn sample crude extract (Abramo -
vicé et al., 2005). The possibility of multiple use and regeneration of IMA co-
lumns was investigated as well. It was found that the efficiency of successive
clean-up on one IMA column for FB, is 89.0+7.1%, and for FB, 88.5+1.3%,
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i.e. after column regeneration 88.5+11.6% for FB, and 92.5+7.5% for FB, (the
average of 5 measurements in both cases).

The study of efficiency of crude spiked corn sample extract clean-up on
SAX and RP C; columns, as well as the possibility of their multiple use and
regeneration was continued in this work. It was found that SAX columns can
be used five times in a row and at least once more after regeneration. The ac-
hieved efficiency of SAX columns is higher and has a value of 109.4+6.9%
for FB, and 92.1£6.8% for FB, (the average of 5 measurements), and after re-
generation 109.7% and 95.9%. However, the clean-up procedure is signifi-
cantly more complicated and long-lasting in comparison to IMA columns.

When the possibility of multiple use and regeneration of RP C,; columns
was investigated, it was found that they can be used only once, as well as that
they can’t be regenerated. Also, the efficiency of FB, and FB, determination in
the spiked corn sample after crude extract clean-up is the lowest on RP C, co-
lumns, its value being 82.4+9.2% for FB, and 74.5+5.2% for FB,.

At the end, all three clean-up procedures for crude extract of corn sam-
ples naturally contaminated with FB, and FB, used for LC determination were
compared in this work. Chromatograms for corn sample with the highest fu-
monisins content after crude extract clean-up by use of all three types of co-
lumns are presented in Fig. 1, and the results of fumonisins determination are
given in Table 1. As can be seen, chromatographic separation of FB, peak
from the matrix peaks is poorer in the case of eluate from SAX and RP C
columns.

Tab. 1 — The influence of crude extract clean-up procedure on the results of fumonisins determi-
nation in corn

Locality Crop Clean-up procedure  FB1 content (mg/g) FB2 content (mg/g)
IMA < 0.02 < 0.06
Kikinda 2002 SAX < 0.02 < 0.05
RP C18 0.06 < 0.05
IMA 0.13 < 0.06
Backa Topola 2001 SAX 0.12 < 0.05
RP C18 0.07 < 0.05
IMA 0.33 0.12
Subotica 2002 SAX 0.34 0.15
RP C18 0.30 0.09
IMA 0.79 0.28
Bac 2002 SAX 0.61 0.18
RP C18 0.70 0.18

In chromatograms presented in Fig. 1 a peak appearing immediately befo-
re FB, can be noted. From the results of authors who also determined FB,
(Sydenham etal., 1992; Fazekas et al., 2000; VICAM, 1997), becau-
se of the similarity in the appearance of chromatograms, its presence in the
sample analyzed in this work can be presumed. Unfortunately, due to the lack
of the standard we weren’t able to confirm this presumption.
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Fig. 1. Chromatograms of naturally contaminated corn sample (Ba¢ 2002)
obtained by application of different extract clean-up procedures:
(A) IMA column; (B) SAX column and (C) RP C;g column
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As can be seen in Table 1, there is no significant difference in the obtai-
ned results for fumonisins content, regardless of the crude extract clean-up
procedure.

From the above results, it can be concluded that the use of IMA columns
for clean-up of crude extract of naturally contaminated corn samples and LC
with fluorescence detection provide the best results. Aside from the fact that
the purest extract was obtained by clean-up of crude corn extract on IMA co-
lumns, the clean-up procedure is the simplest and the fastest. Also, because of
the possibility of regeneration of IMA columns (Abramovid¢ et al., 2005),
it is possible to prepare more samples using one column. Therefore, having all
said in mind, lower price of SAX and RP C,; columns is not of great signifi-
cance.
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EOUKACHOCT IMPEUYNILITRABABA CUPOBOI' EKCTPAKTA KYKYPY3A
IMPUMEHOM PA3JIMYUTUX KOJIOHA TP OAPEBUBALY
OYMOHUN3NHA

bumana ®. A6pamosuh!, Canapa M. Jakmuh?, 3opan C. Mamunh?
I TIpupoaHo-mMaTeMaTH4Ku akyaTer, JemapTMaH 3a XeMujy,
Tpr Hocureja O6panosuha 3, 21000 HoBu Can, Cpobuja u LlpHa I'opa
2 HayyHu MHCTUTYT 3a BeTepuHapcTBo ,,Hosu Can”,
Pymenauku nyt 20, 21000 HoBu Can, Cpb6uja u LlpHa T'opa

Pesume

DyMOHM3MHU Cy TpyMa jeautbeha CBPCTaHa y (py3apujyMcKke MUKOTOKCHHe. Ye-
CTH Cy KOHTAMUHEHTM KYKypy3a W Tpou3Bojaa of Kykypysa. [lopen Tora mTo nsasmBa-
jy TOKcHMYHe edeKTe KON pa3iMyuMTUX BpPCTa KMBOTMH-A, CMaTpa ce Ja M3a3uBajy KaH-
LIep jelbaKa KOJl JbyIu. Y JIMTepaTypu Cy OMMCaHe pa3InuuTe TeXHUKE 3a olpehrBare
(byMOHUM3MHA, Ka0 U pasauuyuTe Metoae oapeluBama npuMeHoM ucTe TexHuke. C 00-
3UPOM Ha YMHCHUILY Ja Cy (PyMOHM3UHM TIPUCYTHU Y BeoMa MaJlUM KOHIEHTpalluja-
Ma a y BeoMa KOMIUIEKCHUM MeAujyMuMa, jedaH Ol Haj3HauyajHUjUX Kopaka y aHaJlM3u
je mpumpema, OIHOCHO TpeuMiThaBame CMPOBOT €KCTpaKTa y30pKa.

IIpumewyjyhu mperxongHo yTBpheHe omnTumaiHe ycjaoBe 3a oapehuBambe dymo-
HusuHa b, u b, TeuHom xpomatorpadujom ca bayopecleHTHUM IETEKTOPOM, Y OBOM
pany je ynopeheHa e(pUKACHOCT pa3jIMYMTUX HauyuMHa IpeuuinnaBamba CHPOBOT €KC-
TpaKTa M3 Y30pKa KYKypy3a Koje MpeTxoau mwHxoBoM onapehuBamy. McnuraHa je edu-
KacHoOCT onpeluBarmba GyMOHU3MHA Y TPUPOIHO KOHTAMMHUPAHUM y30pLIMMa KYKYpy-
3a HaKOH TpeuuninhaBarba CUPOBOT eKCTpakTa Ha umyHoaduHutetHuM (IMA) KonoHa-
Ma, jakuM aHjOHCKUM M3MewMBaukuM (SAX) KojoHama, ka0 U Ha KojoHama ca Cg
pesep3HoM ¢azom (RP Cg).

Ha ocHOBY MOCTUTHYTHMX pe3yJiTaTa UCTIUTHBAaa MOXKE Ce KOHCTAaTOBaTH Ja He-
Ma CUTHU(UKAHTHE pas3jiMKe y J00MjeHUM pe3yiTaThuMa caapikaja (QyMOHM3MHA He3a-
BUCHO O HauMHa mnpeuuinhaBama cUpoBOr eKkcTpakra. Mehyrum, npumeHa IMA ko-
JIoHa 3a npeuninhaBame Aaje HAjUMCTUjU EKCTPAKT, a caM MOCTyMaK npeyuurhaBama je
HajjemHOCTaBHMjU 1 Hajopxku. Takole, 30or MmoryhHocTu pereHepanuje IMA KojoHa,
Moryhe je mpUMpeMUTH JeceT y30opaka Ha je[HOj KOJOHHM, Te y3uMajyhu cBe HaBeleHO
y 003up, Huxa ueHa SAX u RP C,; konoHa HeMa Beher 3Hauyaja.
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PATHOHISTOLOGICAL CHANGES IN KIDNEY
AND LDH ACTIVITY IN BROILER TREATED WITH
DIFFERENT DOSES OF OCHRATOXIN A

ABSTRACT: The three-week long trial was performed on day-old Hybro broilers di-
vided into four groups. After 14 days long preexperimental period, the experimental groups
were offered feed contaminated with 0.5, 1.0 and 1.5 ppm OA during 7, respectively. At
the end of the trial blood and kidney samples were taken for investigations.

In broilers feed with 1.5 ppm of OA histopathological examination of the kidney tis-
sue revealed changes located in proximal tubules. Some cells were dim and swollen. These
changes produced particular or total reduction in tubular lumen of kidney. Acute tubular
necrosis existed in some of tubulocites in form of small foci. Fragmentation of necrotic
mass and presence of fresh red blood cells were also detected.

The LDH activity was significantly greater in broilers of experimental groups compa-
red with control group.

All presented data indicated that intensity of pathohistological alterations and LDH
activity depends upon dietary OTA level. Positive correlation between pathohistological
changes and increased LDH activity caused by OTA was noticed. Thus, LDH activity mea-
sure could be used as early diagnostic tool in measuring changes caused by OTA.

KEY WORDS: ochratoxin, broiler, kidney, LDH

INTRODUCTION

Ochratoxins are highly toxic compounds commonly produced as secon-
dary metabolites by two species of fungi: Penicillium verrucosum Dierckx and
Aspergillus ochraceus Wilhelm (alutaceus) (Frisyud and Samson, 1991).
In recent years, ochratoxin A (OA) has received considerable attention because
it can not only seriously affect animal performance and health, but it may also
have deleterious effects on humans. Of greatest concern in humans (M ar -
quardt and Frohlich, 1992) is its implicated role in an irreversible and
fatal kidney disease (Balkan endemic nephropathy).
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Microscopic lesions in ochratoxicosis are most prominent in the kidney.
On light microscopy, severe distension, enlargement and hypertrophy of the
renal proximal convoluted tubules and thickening of the glomerular basement
membrane are seen in kidney sections of broilers receiving 2—4 ppm dietary
OA for 20 days. (Dwivedi and Burns, 1984). The same pathohistologi-
cal changes were reported by Mraz and Kosutzky (1992), after feeding
broilers with 0.85 ppm OA during 42 days. Pathohistological examination re-
vealed epithelial dystrophy of proximal tubules, presence of eosinophilic gra-
nulocites in tubular lumen, glomerular dystrophy and cell infiltrate of intertu-
bular space.

The broilers’ kidneys have high activity of LDH comparing to the other
animals (Cubena, 1974). Increased serum LDH was reported only in broi-
lers with kidney disorders. Kubena and Harvey (1994) described a
significantly increased LDH activity in broilers treated with 2 ppm OTA for
21 days. Ayed (1991) also described an increased LDH activity in broilers
treated with low doses of OTA (0.5 ppm/7 days).

The present study was, therefore, designed to assess the effect of short-
-term treatment with graded levels of dietary OA on the pathohistological
changes in kidney tissue of broilers, as well as correlation between pathohisto-
logical changes and increased LDH activity caused by OTA.

MATERIAL AND METHODS

Experimental design. After 14 days long preexperimental period, a total
of 48 broilers were submitted to the trial. Birds were divided into three
experimental groups (A, B, C), and one control group (K). Experimental gro-
ups were fed with contaminated feed.

Diet. All groups of broilers were fed with commercial mash, which consi-
sted of standard feedstuffs and contained enough nutrients to meet all require-
ments. In the mixture for A, B and C experimental groups the 99% pure
ochratoxin A (Sigma, O — 1877), obtained from Aspergillus ochraceus cultu-
re (303-47-9), was added in an amount enough to provide 0.5, 1.0 and 1.5 mg
OTA/kg of feed, respectively.

Sample collection. Kidney and blood samples were taken after the period
of toxin administration (21% day). In the shortest possible period the samples
of kidney were taken for histological investigation. Kidney samples were fixed
in 10% neutral formalin and absolute alcohol and were formed in paraffin.
Thickness of the cut was 5—8 pum and they were stained (Scheur and
Chalk, 1986) using standard methods (HE). Also, using an automated, clini-
cal-chemistry analyzer (SMAC Technicum 3000) the determination of the se-
rum activities of LDH was done.

RESULTS

Histopathological changes in kidney were not detected in broilers of con-
trol group and broilers of experimental groups fed with 0.5 and 1.0 ppm of OA.
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In broilers fed with high doses of OA (1.5 ppm) during 7 days period hi-
stopathological examination of the kidney tissue revealed changes located in
proximal tubules. Some cells were dim and swollen. These changes produced
particular or total reduction in tubular lumen of kidney.

Basement membrane of epithelial cells was intact. Cytoplasm of tubuloci-
tes was filled with fine granules and nucleus was masked. Also, reduction in
volume and hyperchromatosis of nucleus in epithelial cells of proximal tubules
was detected. In some of epithelial cells in changed tubules light vacuolization
was expressed and transparent cytoplasm was detected.

Acute tubular necrosis existed in some of tubulocites in form of small fo-
ci. Fragmentation of necrotic mass and presence of fresh red blood cells were
also detected. In two of six sacrificed broilers intensive extravasation near nec-
rotic center was found. The structure of glomeruli was better preserved than
tubules; thus their normal formation is more easily observed.
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The LDH activity was significantly greater in broilers of experimental
groups compared with the control group.

DISCUSSION

In our trial pathohistological changes were detected in tissue samples of
animals receiving 1.5 mg OA/kg feed during 7 days. According to our fin-
dings, Kubena et al. (1989) detected in broilers fed 2 mg OA/kg feed en-
largement of kidney epithelial cells with dark nuclei, which indicate early de-
generative changes in proximal tubules of intoxicated animals. Similar chan-
ges, although with almost double dose of toxin, were described by Harvey
et al. (1987), who fed broilers with 3.5 mg OA/kg feed during 28 days. Patho-
histological changes included dilatation and necrosis of tubules.
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Figure 1. The enzyme LDH concentrations in broilers 21-days of experiments

Stojkovié et al. (1984) presented persistence of a protein fraction
with small molecular weight in blood (20.000 Da) which binds OA more
specifically than plasma albumins. The authors concluded that the binding of
OA to this protein might be relevant to its predominant nephrotoxic effect, be-
cause such molecules can easily pass through the normal glomerular membra-
ne, enabling the accumulation of OA in the kidney.

All described pathological changes induced after OA treatment had a
primary localization in proximal kidney tubules and could be connected with
toxin metabolism. Increasing LDH activity could indicate alteration of tubulo-
cites related with OTA effect.

All the presented data indicated that intensity of pathohistological alterati-
ons and LDH activity depends upon dietary OTA level. A positive correlation
between pathohistological changes and increased LDH activity caused by OTA
was noticed. Thus, LDH activity measure could be used as an early diagnostic
tool in measuring changes caused by OTA.
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IMATOXUCTOJIOIIKE IMPOMEHE Y BYBPE3VMA BPOJIIEPA U
AKTUBHOCT JIAKTAT JEXUIAPOI'EHA3E TPETUPAHUX
PA3SJIMYNTUM KOJIMYNHAMA OXPATOKCHUHA A

Mp Jenena b. Henemkosuh-Tpaunosuh!, Anekcanapa C. bouapoB-Cranunh?,
3martan J. CuHoBer?
I acucrent, Pakynrer BeTepuHapcke MenuiHe, beorpan
2 HaydyHM capamHUK, TeXHOJIOIIKO-eKOJIOIKNA LIeHTap, 3permhaHnuH
3 penoBHM Tipoecop, DakyaTeT BeTepuHapcKe MeauimHe, beorpan

Pesume

Ornex je usBeneH Ha Hybro-6pojieprMa NoAe/beHUM y YeTUPHU TPYyMe U Tpajao je
21 maH. HakoH 4eTpHaeCTOMHEBHOT MPUIIPEMHOT IepHUOIa OTJIeTHE TPYIle CY XpambeHe
XpaHOM KOHTaMUHMPAHOM OXPAaTOKCMHOM A y koauuuuu of 0.5; 1.0 u 1.5 ppm Toxom
7 naHa. Ha xpajy omiena y3etu cy y30piiy KpBM M TKMBa 3a UCIMTUBamA.

Kon xuBoTuma Koje cy 7 naHa nodujane xoauuuHy ox 1.5 ppm OA matoxucro-
JIOLIKUM TIperyiejoMm OyOpera youaBa ce Jla cy MpoMeHaMma yIjIaBHOM 3axBaheHM TPOK-
cuManHu OyopexxHu Tyoyau. [lojennHe enutenHe henuje cy MyTHe M HaOyOpese, IITO
je oBeJIo 0 NEeJMMUYHOT WJIM TIOTIIYHOT CyXKeka JyMeHa Oyope:kHux Tyoyna. Kon
Mamber Opoja OyOpe)xHUX TyOyJa 3aIlaka ce akyTHa TyOyJapHa HeKpo3a Yy BUAY CUTHUX
ormbyiTa. Yecra je mojaBa (parMeHTaldje HEKPOTUYHE Mace, Kao M Haja3 CBEXUX
€pPUTPOLIUTA.

AxtuBHOocT eH3uma LDH Ha kpajy oriena Ouia je CUrHU(pMKAHTHO BHUILA KOJ
Opojiiepa CBUX OIJIEIHMX TIPyMa Yy OJHOCY Ha KOHTPOJIHY TPYITY.

CBe HaBelleHEe YMHCHUIIE YKa3yjy Ja MHTEH3UTET MaTOXMCTOJIOLIKUX TMPOMEHa Y
OyOpery 3aBHUCHU Of KOHIIEHTpallMje OXpaTOKCHMHA A y XpaHU, IIPU YeMy aKTMBHOCT €H-
3uma LDH Moxe mga mociaykM Kao KOpPUCTaH ITapameTap 3a IpOoIEeHUBaIbe CTEleHa
anTepalja Oyopera.
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EXPERT SYSTEM FOR DETERMINATION
OF FUMONISINS IN CORN SAMPLES

ABSTRACT: An expert system (ES) to solve the problem of choosing an optimal
procedure for the determination of fumonisins in corn samples was developed, having in
mind that these toxins most frequently contaminate this particular cereal. In constructing the
ES use was made of the deterministic approach starting from the assumption that the
experts in the field have a profound knowledge about the problem in question. The ES
knowledge base contains the solutions that have been published in the pertinent literature,
as well as some solutions and recommendations, which we have developed and introduced.
On the basis of this information, as well as on the basis of the demanded method detection
limit, available equipment, chemicals, as well as the time the experimenter has at his dispo-
sal for the determination, the ES proposes a procedure for solving the given analytical pro-
blem, starting from sampling, preparation of all the necessary solutions, the appropriate ap-
paratus, probe preparation, the mode of determining results, calculation of the results, and
provides a survey of all the relevant literature references. The base of ES is a shell, which
can work under a variety of Microsoft Windows operating systems. In the development of
ES and its adaptation for users who are not familiar with computer techniques, different to-
ols, which operate with Microsoft Windows operating systems, as well as the tools within
Microsoft Office are used.

KEY WORDS: Corn analysis, expert system, fumonisins, mycotoxins

INTRODUCTION

Expert systems (ES) are a branch of applied artificial intelligence (Al)
which began to develop by the AI community in the mid-1960s (L i a o, 2005).
The basic idea behind ES is simply that expertise, which is the vast body of
task-specific knowledge, is transferred from a human to a computer. This
knowledge is then stored in the computer as a software package and users call
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upon the computer for specific advice as needed. In the field of analytical
chemistry a larger number of ESs have already been developed (Abramo -
vié et al, 1996; Namiesnik, 2000; Bonastre et al., 2001; Peris,
2002).

Although, the replacement of the human expert by advanced computer-ai-
ded systems in chemical analysis laboratories in the food industry has been
perhaps slower than in other fields of analytical chemistry (Peris, 2002), ESs
are straightforward with important advantages, namely:

1. ESs can work 24 hours over the year without stopping, but chemists
cannot.

2. ESs can work in difficult working conditions, but chemists cannot.

3. Copies of an ES can easily be made for as many locations as needed,
while training new analysts is expensive and time-consuming.

4. ESs do not forget even the large number of parameters, which often
have to be taken in account during the analyses, but chemists may.

5. ESs make comparable recommendations for like situations, similar ca-
ses being handled in the same way, whereas, humans are influenced by
primacy effects (early information dominates the judgment) and contemporary
effects (most recent information having a disproportionate impact on jud-
gment).

6. Mistakes and errors can be prevented.

7. In the real-time systems information needed for decision-making is
available sooner than from humans and even from different and sometimes
very distant locations.

8. The knowledge of multiple human experts and even from different fi-
elds of science can be combined to give a system more breadth than a single
person is likely to achieve.

However, ESs are still no match for chemists in food analysis in terms of:

1. Sensory experience: Human experts have available to them a wide ran-
ge of sensory experience, whilst ESs are currently very often dependent only
on symbolic input.

2. Degradation: ESs are very often not good at recognizing when no
answer exists or when the problem is outside their area of expertise.

3. Learning: Human experts automatically adapt to changing environ-
ments and unlike them, ESs must be explicitly updated. ES combined with da-
tabase, case-based reasoning and neural networks are methods that can incor-
porate learning.

4. Creativity: Analysts can respond creatively to unusual situations; ESs
cannot.

Up to now, no one ES was developed in the field of mycotoxin analysis.
In view of this, the aim of the present work was to develop an ES for solving
the problem of choosing an analytical procedure for the determination of fu-
monisins in corn.
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BASIC PRINCIPLES IN THE DEVELOPMENT
OF THE EXPERT SYSTEM

In developing the ES the guiding idea was that it has to satisfy several
goals, namely:

1) To be modular and easy to expand;

2) That new information and knowledge can be easily updated in the ES,
without, or with a minimal change in the formal logic system;

3) That the acquisition and preparation of data and procedures can be
conveniently carried out by experts to their final implementation into the ES,
so that the communication between the expert and system engineer is made ea-
sier, as well as that a fast implementation is ensured;

4) That the once developed ES can be easily translated into other langua-
ges, with minimum change of the inference engine and that its updating in that
language should be as simple as possible;

5) That the developed ES and its upgrades easily can be downloaded over
the Internet.

With the aim of fulfilling these requirements we designed the ES with of-
ten use of graphical parameters. The system of formal logic has mostly been
designed to operate with symbolic parameters, which are independent of the
precise content of its graphical presentation. In this way, we were able to de-
velop a system of formal logic, which is intelligible and easy for checking,
modification, or expansion. In the graphical presentation of the parameters a
full freedom is ensured in choosing the text, language, tables, mathematical or
chemical formulas, pictures or drawings.

In designing the knowledge base it was extremely important to carry out
formalization, organization and parameterization of the knowledge base in a
way, which will be user-friendly, and its usage utmost freed of possible ambi-
guities. The inference engine was made so that it ensures the shortest way in
obtaining an answer, which ought to be clear and unambiguous, and provides
the user full information about the procedure to be applied. Also in the develo-
ping of the present ES we have chosen the certain criteria, which then were
used for designing the hierarchical structure and in the making the branching
choice.

In developing of the ES and adapting it to wide variety of the users even
to those, which are not familiar with the computer technique, beside ES shell,
some of Microsoft Office tools and some of the software tools operating with
the Microsoft Windows operating systems were used. The ES was constructed
having constantly in mind that its application should be maximally simplified
and easy to use for specialists in chemistry but also with those who are not.

BASIC CARACTERISTICS OF FUMONISINS
Fumonisins, secondary metabolites of fungi from the genera Fusarium,

are mycotoxins, of importance to human and animal health (WHO, 2000).
They are the most frequently found as natural contaminants in corn and
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corn-based products worldwide (Shephard et al., 1996). Fumonisins have
experimentally been shown to be a causative agent of equine leukoencephalo-
malacia, porcine pulmonary edema syndrome and to produce liver cancer in
rats (WHO, 2000). Acute fumonisin toxicity in humans was not confirmed, but
the presence of fumonisins in corn was statistically associated with high inci-
dence of esophageal cancer in people from South Africa (Sydenham et al.,
1990) and China (Chu and L1, 1994). International Agency of Cancer Rese-
arch has classified Fusarium moniliforme toxins as potential carcinogens for
humans (class 2B carcinogens), similar to ochratoxin A (IARC, 1993). An of-
ficial tolerance value for dry corn products (1 pg/g) has been issued only in
Switzerland, while only recommendations have been issued in the United Sta-
tes and France (Solfrizzo et al.,, 2001). To date, European Commission
has recommended, but not legislated, maximum levels for combinations of fu-
monisins B, and B, which range from 2000 pg/kg for unprocessed corn to 100
pg/kg for infant food (EMAN, 2000). The tolerance level for fumonisins in
feed and groceries has not yet been set in Serbia and Montenegro.

SAMPLING AND SAMPLE
PREPARATION
grinding homogenization
sample measurement: 1-50 g

v

TOXIN EXTRACTION
shaking'blending
acetonitrik-watermethanol-water
acetonitrilemethanol-water
50-100ml

v
RAW EXTRACTCLEAN-UP

Y
DETECTION AND
DETERMINATION

Y Y Y Y v
clf || SAX A i LC-ESP-MS
' | ' determination of DL=6 ng/g

total fumonsing
\J

DETECTION AND
DETERMINATION

content
DL=25-840 nglg

L | Y ¥ L |
TLC FLUOROMETRY
_denivatization LC ) ) CAPILLARY ZONE- determination of total
vanillin, g Idehyde, fl scence detection of fumonising

fluorescamine derivatized fumonisins

ELECTROPHORESIS

esterification of
content afier
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| ——— -ESP-MS e L DL=250 ng/e
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Fig. 1. Presentation of methods for determination of fumonisins. IMA — immunoaffinity
column; SAX — column with strong anion exchange; C18 — column with Cg reverse phase;
ELISA — enzyme-linked immunosorbent assay; LC-ESP-MS — liquid chromatography with
electrospray mass spectrometry; TLC — thin-layer chromatography; LC — liquid
chromatography; GC — gas chromatography; DL — detection limit)
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By their chemical structure, fumonisins are polar organic compounds with
a long hydrocarbon chain. According to their structure, there are four series:
A, B, C and P. The most attention is devoted to the toxins from the B series,
since they are the most toxic. These toxins are diesters of propane-1,2,3-tricar-
boxylic acid and 2-amino-12,16-dimethylpolyhydroxyeicosanes. Many analyti-
cal procedures have been developed for determining fumonisins in corn and
corn-based foods and feeds (Jak §i¢, 2004). Besides the fact that methods for
fumonisins B series determination differ in detection limit (Fig. 1), there is a
significant difference in the price of analysis, as well as in duration, which
was also considered in creating the ES.

BASIC HIERARCHICAL ORGANIZATION OF THE
EXPERT SYSTEM

To get an impression about the system as a whole and of its parts let’s
have a look at the following basic flow-chart. (Fig. 2). First of all, the user ob-
tains some basic information about the ES (Fig. 2, Q2 and Q3) and then, if the
user so desires, basic information on fumonisins (production and presence in
nature, chemical structure of fumonisins, toxic effects of fumonisins, carcino-
geneity, legislative regulations, as well as the detection limits for various met-
hods, Fig. 2, Q5—Q10). This information on fumonisins can be later omitted.
Parameter Q11 is introduced to enable simpler spreading, i.e. branching of ES
parts, as well as for easier control. After that, the user has to choose with what
sensitivity, i.e. detection limit (DL) of the method he wants to determine fu-
monisins (Fig. 2, Q12). In this ES, methods are divided into four groups ac-
cording to DL. Liquid chromatography has the lowest DL (0.01 ng/g), fol-
lowed by capillary zone electrophoresis (0.05 ng/g), gas chromatography and
thin-layer chromatography (0.1 pg/g), and enzyme-linked immunosorbent as-
say (ELISA) and fluorometry (0.25 pg/g). If the user wishes to apply the met-
hod with the lowest DL, i.e. liquid chromatography (LC), he should answer
the question about the availability of the equipment. If the answer is affirmati-
ve (Fig. 2, Q13, 1), the next question is whether cartridges are available
(immunoaffinity column, column with strong anion exchange, and/or C re-
verse phase), or not (Fig. 2, Q15). If the answer is affirmative, seven options
are available, depending on whether the user has only one column at disposal
(Fig. 2, Q16, 1—3), two columns (any two) (Fig. 2, Q16, 4—6) or all three
columns (Fig. 2, Q16, 7). If only one column is at disposal, ES gives him an
appropriate procedure (choices 2—4). However, if the ES user has more than
one cartridge at his disposal, a more appropriate procedure is suggested, provi-
ding a chromatogram with fewer interfering peaks. If, however, the user does
not have cartridges at his disposal (Fig. 2, Q15, 2), individual cartridges are
then suggested within the HELP, along with additional information about their
advantages, i.e. disadvantages (Fig. 2, Q22—Q24).

As a result of the consultation, the user gets basic information about the
technique (in this case about LC), along with a detailed determination proce-
dure, starting from sampling, necessary chemicals as well as preparation of all
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Fig. 2. Flow chart of one part of ES for determination of fumonisins
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APARATURA

Imunoafinitetna kolona (FumoniTest™, Vicam, Watertown, MA, USA). Po
deklaraciji kolona je za jednokratnu upotrebu, a kapacitet kolone je = 10 pg
fumonizina B, i B>. Medutim, prema na8im istraZivanjima kolona se moze
primeniti 10 puta nakon regeneracije kako je opisano kasnije.

kondicioniranje  uzorak

Izgled FumoniTest ™kolone i faze precis¢avanja ekstrakta pomoéu IMA-
kolona.

ANALITICKI POSTUPAK (nastavak)
Kalibraciona kriva

Pripremi se kalibraciona kriva pomocu serije standardnih rastvora. Ovi rastvori obuhvataju opseg

koncentracija od 0,125 - 2,000 ug/g FB, i 0,0625 - 1,000 ug/g FB,. Kalibracionu krivu treba
snimiti pre LC analize i proveriti linearnost.

5

Povrsina x (10°%)

Povrsina x (10™)

) 5 [r] 15 £y 23 e 2 . 8 ]
Koncentracija (ng/pl FB,) Koncentracija (ng/pl FB2)
Kalibracione krive za odredivanje FB, i FB..

Kalibracione krive, koeficijenti korelacije i rezidualne standardne devijacije za odredivanje FB, i FB,

. . Opseg koncentracija ey ¥ Koeficijent  Rezidualna standar-
Mikotoksin (n/ul) Kalibraciona kriva korelacije dna devijacija
FB, 0,125 - 2,000 y=11,64-10° ¢ - 0,57-10° 0,999 0,37
FB, 0,0625 - 1,000 »=83010° ¢ - 0,29-10° 0,999 0,18

Linearnost je data prema jednadini: y = mx + b (m-nagib, h-odsecak na y-osi).
Linearnost za FB, i FB:je odredena kalibracijom pomocu pet tataka.

Fig. 3. Graphic presentation of a few parts of the results of consultation

115



RULE NUMBER: 1
IF:
Ekran 2 OK

AND Ekran 3 0K
AND Da 1i zelite dodatne informacije o fumonizinima? da
AND info0l OK
AND info02 0K
AND info03 OK
AND info04 OK
AND info05 OK
AND info06 OK

THEN:
Al 1

RULE NUMBER: 5

IF:
Al 1

AND Odaberite granicu detekcije metode kojom zelite da detektujete i
odredite sadrzaj fumonizina?
= 0,01

AND Za ovo odredjivanje Vam je potreban tecni hromatograf sa
fluorescentnim detektorom. Da 1i raspolazete sa potrebnom opremom?
DA

THEN:
AZ 1

ELSE:
A2 0

RULE NUMBER: 8

IF:
AZ 1

OR: Al6 1

AND Za preciscavanje sirovog ekstrakta kukuruza mogu se primeniti IMA,
SAX i RP C18 kolone. Da 1i raspolazete nekom od njih?
Da

AND Kojom od navedenih kolona raspolazete? IMA AND SAX AND RP Cl8
AND Da 1i zelite da primenite kolonu IMA?
Da

THEN:

Postupak Choice02 - Confidence=10/10
and REPORT (IMAOL. out)
and REPORT (IMAOZ2. out)
and REPORT (IMAO3. out)
and REPORT (IMAO4. out)
and REPORT (IMAOS5. out)
and REPORT (IMA06. out)
and REPORT (IMAO7. out)
and REPORT (IMA0S. out)
and REPORT (IMA09. out)

Fig. 4. Few rules for defining one of the consultation results
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the necessary solutions, the appropriate apparatus, probe preparation, the mode
of determining results, calculation of the results, and provides a survey of all
the relevant literature references. Some of the screens are presented in Fig. 3
for the sake of illustration, and the way of coming to one such solution, i.e.
rules which ensure it are presented in Fig. 4.

If, however, an LC is not available to the user, he should define whether
a higher DL is acceptable for his determination of fumonisins in corn (Fig. 2,
Q14). If the answer is YES (number 1), then branching is provided toward
branch B. If, however, the answer is NO (number 2), the user gets the infor-
mation that by using the other technique the desired DL cannot be achieved
and that the consultation is ending (Fig. 2, choice 1).

If the user defined a higher DL at the beginning of the job, the choice of
methods is certainly higher (Fig. 2, branching toward branches B—D). For
example, if the DL of 0.25 ng/g is acceptable, the user can apply, aside from
LC, capillary zone electrophoresis, gas chromatography, thin-layer chromato-
graphy, as well as ELISA and fluorometry. To narrow down the choice, a
possibility of choosing a method is offered to the user on the basis of analysis
cost, as well as its duration (not shown in Fig. 2).
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EKCINEPTHU CUCTEM 3A OAPEGLUBAKE @YMOHU3WHA
Y KYKYPY3Y

bumana ®. A6pamosuh!, bopucnas K. A6pamosuh2, Cangpa M. Jaxmmh3
I TIpupoaHo-mMaTeMaTH4Ku hakyaTer, JemaptMaH 3a XeMujy,
Tpr Hocureja O6panosuha 3, 21000 HoBu Can, Cpobuja u LlpHa I'opa
2 Qakynrer 3a MeHanMeHT, Bace Crajuha 6,
21000 HoBu Can, Cp6uja u Llpna T'opa
3 Hayuynu MHCTUTYT 3a BeTepuHapcTBo ,,HoBu Can”,
Pymenauku nyt 20, HoBu Can, Cp6uja u LlpHa I'opa

Pesume

ExcriepTHU crcTeMU ce TTOCHIEAbUX TTeTHAeCTaK TOMMHA TIPUMEIbYjY ¥ cBe Behiem
00MMy Yy pa3IMuUTUM OOJaCTUMA JbYICKE JAEJAaTHOCTU Kao M3BAaHPEAHO CPEACTBO 3a
pelaBabe KOMIUIEKCHUX TMpo0bsieMa KOoju 3aXTeBajy 3HAHE M MCKYCTBO OJroBapajyhux
ekcrniepata. JegHa on THX 00JacTH je M XeMMjCKa aHaju3a Yy Kojoj je Beh pa3BujeH 3Ha-
yajaH Opoj eKCIIepTHUX CHCTeMa.

Llus oBor pama je 6Mo ma ce peanmsyje eKCIEPTHH CHCTEM 3a pelllaBame IIpo-
OsieMa M300pa OMTUMAIHOT TMOCTyINKa ofapehuBama ¢pymMoHU3uMHA. Y TpBOj ha3u pas-
BOja €KCIePTHOT CUCTeMa OIPENeIIIM CMO ce 3a onpehuBambe PYyMOHU3MHA Y KYKYpY-
3y uMajyhu y Buay Jia OBU TOKCMHM Hajuelihe KOHTAaMUHUPAjy ypaBoO OBY JKUTAPUILY.
IMpu u3pany ekcriepTHOT crcTeMa MpuxBahieH je TeTepMUHUCTUYKU TIPUCTYI KOjU TIO-
JIa3u OJl TIPETIIOCTaBKe JTOOPOTr Mo3HaBaba HaBeldeHe MPoOJIeMaTHKe Ol CTpaHe eKcIle-
paTta u3 gate obsactu. Cuctemom cy oOyxBaheHa pelliera Koja cy nocaaa objaBbeHa y
JIUTEpaTypy 3a HaBeleHY 00JacT, Kao M Hallla MCKYCTBa 0 KOjUX CMO JOLUIM TOKOM
WCTIUTHBaa nojeanHux metona. Ha ocHoBy Tux nHdopmalyja, Kao 1 Ha OCHOBY 3aX-
TE€BaHE I'PaHULIC ETEKIIMje METOJIE, PACIOJIOKMBE OMpPeMe, XeMUKaAIMja, Ka0 U Bpeme-
Ha KOje eKCIepUMEHTATOp MMa Ha pacrojarawy 3a onpehuBame, €KCIIePTHU CUCTEM
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Jlaje Mpeaor ONTMMAJIHOI MOCTYINKa oapehuBarba (hyMOHM3MHA Y KYKypy3y MOYEB-
A O y3UMarba y30pKa 3a aHalM3y, MpUIlpeMarba CBUX MOTPEOHMX pacTBopa, I0-
cTynka ompehuBama, M3pauyHaBakba pesyirTara, Na OO Mperjena pejeBaHTHE JUTepa-
Type. OCHOBa €KCMEPTHOI CUCTEMA je JbyCKa Koja MOKE N1a paau IMOJA pa3HUM Bep3uja-
Ma Windows ornepaTUBHOI cUCTeMa. Y HerOBOM ITOTIIYHOM YyoOJMYaBamby U MpUjiaro-
TaBarby KOpPMCHUIIMMA KOjU PavyyHApCKy TEXHWUKY He IMO3Hajy JOBOJBHO KOpHWIINeH je
anaT ooyxBaheH yHyrap Microsoft Windows u Microsoft Office. ITpu uspanu ekcnept-
HOI' CHCTEMa BOJAMJIO C€ pavyyHa [1a Heropa MpuMeHa Oyne MakCMMAalTHO MOjeqHOCTa-
BJb€HA 32 KOPMCHUKE.
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ZEARALENONE ENDOCRINE SYSTEM CATCH

ABSTRACT: This paper deals with the contamination of our environment with thou-
sands of both natural and man-made chemicals which affect the endocrine system of hu-
mans and animals. These so-called endocrine disrupting chemicals (EDCs) are thought to
mimic or block the action of hormones and therefore disrupt sexual development in utero.
EDCs are organochlorine pesticides, dioxin compounds, polychlorinated biphenyls, alkyl-
polyethoxylates, plastic additives and phytoestrogens (occurring naturally in foods: isoflavo-
nes, coumenestans and zearalenone). The structure of zearalenone is similar to the structure
of estrogens and it enables binding to the estrogenic receptors. DNA laddering on gel elec-
trophoresis was present 12 h after dosing thus indicating a conclusion that there was apop-
tosis. Apoptosis is the principal mechanism contributing to germ cell depletion and testicu-
lar atrophy following zearalenone exposure.

KEY WORDS: apoptosis, EDCs, testis, zearalenone

INTRODUCTION

Our environment is contaminated with thousands of man-made chemicals
that can interact with the endocrine system of humans and animals. More
recently animal models have shown that maternal EDC exposure induces re-
productive disfunction in male offspring. Environmental chemicals known to
do this do so most often with receptors derived from the steroid/ thyroid/ reti-
noid gene family M cLachlan, 2001). They include ubiquitous and persi-
stent organochlorines, as well as pesticides, dioxin compounds, polychlorinated
biphenyls, alkylpolyethoxylates, plastic additives and phytoestrogens (occur-
ring naturally in foods) have known endocrine disrupting effects. Many plants
and fungi contain naturally occurring phytoestrogens and humans are probably
exposed to milligram quantities every day. Active substances are isoflavones,
coumenestans and the fungal metabolite zearalenone.

In order to understand the mechanisms by which EDCs affect the deve-
lopment of the human fetal gonad, it is important to determine the key proces-
ses regulating human gonad development. Testis development is initiated in
the embryo as a response to the expression of the sex-determining gene, SRY.
In addition to SRY, there are several downstream effectors and autosomal ge-
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nes that are required for normal differentiation of the male primary gonad. The
appearance of Sertoli cells at 6—7 weeks is one of the first morphological
signs of testis development. Between 10 and 15 weeks, Sertoli cells in the
newly differentiated testis produce Mullerian inhibiting substance (MIS). This
causes the regression of the Mullerian ducts, which would otherwise differenti-
ate into the female genitalia. Persistence of these ducts is associated with fai-
led testis descent, hence MIS is thought to be critical for masculinisation and
thus a likely target for EDCs (Murray et al., 2001).

Sertoli cell multiplication occurs during fetal, neonatal and prepubertal li-
fe and is dependant on FSH stimulation. Circulating FSH levels have been
shown to rise accordingly as gestation progresses from 17 to 40 weeks. Inhibin
production, which is reported to predominantly occur in the adult Sertoli cells,
suppresses FSH production by the pituitary. In the adult testis each Sertoli cell
“nurses” a fixed number of germ cells into spermatozoa. It follows therefore
that the establishment of a normal adult sperm count is dependant on the gene-
ration of Sertoli cells. Hence, adequate Sertoli cell proliferation during fetal,
postnatal and prepubertal windows is vital to establish a normal sperm count
in adulthood.

The interstitial fetal Leydig cells begin differentiation during the eighth
week of gestation and secrete testosterone to promote differentiation of the
Wolffian ducts into the seminal vesicles. The Leydig cells undergo rapid proli-
feration until week 18 when a plateau is reached and Leydig cell number re-
mains at this level until the third trimester. The period of maximum Leydig
cell number is also coincidental with a peak in fetal testosterone synthesis
between 14 and 18 weeks of gestation equivalent to levels observed in the
adult male. Luteinizing hormone (LH) is the main hormone stimulus on Ley-
dig cells for the intrauterine production of testosterone (Radunovi¢ et al.
1993).

Zearalenone has several cell types to target, but the function of these cells
is not fully understood; it is thought that zearalenone is involved in Serto-
li/Leydig cell interactions.

Zearalenone is a non-steroid estrogenic complex produced by several spe-
cies of Fusarium which grow on cereals. Zearalenone and its metabolites bind
to human estrogenic receptors thus demonstrating estrogenic and anabolic pro-
perties similar to FSH (Abid-Essefi, 2003). After ingestion zearalenone
decreases the level of FSH and LH.

Zearalenone can be genotoxic in vivo causing damage to DNA and cau-
sing the chromosome aberration. The elevated concentration of this toxin cau-
ses the DNA fragmentation resulting in the “ladder-like” appearance on the
agar gel during the electrophoresis. Such an appearance indicates the apoptosis
(Hwan et al., 2003).

Apoptosis or the programmed cell death is a normal component of the
development and health of the multicellular organisms. The number of cells
can be regulated by apoptosis in the normal state of health; for exampe, the
number of neurons during development which are “siucidal” so as to keep the-
ir number at a controlled level. Apoptosis can also occur in diseases, AIDS
e.g., where there is an increased apoptosis of immune cells, consequently a
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weaker immunity. It occurs due to the cell death as a response to the variety
of stimuluses (radiation, tissue lesion, various genotoxic agents, EDC etc.) and
during the apoptosis it happens in a controlled and regulated way in contrast to
the necrosis, in which the cell death leads to the destruction of cells, inflam-
mations and serious health problems (Terzié, 2004). The most obvious
example for understanding the apoptotic changes is with neurons. At the place
of the primary impact the neurons undergo necrosis and instantly die but those
neurons further from the primary impact are partly damaged and can survive
so that they can be saved by a certain treatment since their death is delayed,
thus enabling the treatment. But, if the neurons realize that death is inevitable
(that they are too damaged) they employ the self-destruction mechanisms
(Demjen, 2004).

After receiving certain signals a cell undergoes the apoptosis i.e. a certain
number of characteristic morphological changes. A group of proteins known as
caspases are activated in the early stages of apoptosis. They divide into parts
which are essential for normal cell functions, including structural proteins in
cytoskeleton and nuclear proteins such as DNA repair enzymes. The caspases
can activate the other degradative enzymes (DNases which begin to cleave the
DNA in the nucleus). The result of these biochemical changes is the appearan-
ce of morphological changes in a cell. To summarize, when a cell wants to kill
itself different ways of signal transduction are employed (transmission of a su-
icidal signal) which lead to the activation of certain enzymes — caspases
which cut (disintegrate) their substrates (proteins essential for the life of a cell
— structural, nuclear proteins) and a cell dies (Shigekazu, 1999).

THE PROCESS OF APOPTOSIS

The cytoplasm begins to shrink following the cleavage of lamins and ac-
tin filaments (structural proteins) (A). The nuclear condensation can be obser-
ved through the destruction of chromatins and nuclear-structural proteins, and
in many cases the nucleus of apoptotic cells takes on the shape of a horseshoe
(B). The cells continue to shrink (C) packaging in a shape which allows for
easy clearance by macrophages (a macrophage “eats” them and there are no
inflammatory reactions in contrast to necrosis). The phagocytic cells are re-
sponsible for the elimination of apoptotic cells from tissues in a clean and tidy
way which avoids many of the problems associated with the necrotic death of
a cell. In order to promote their phagocytosis through macrophages, apoptotic
cells often undergo the change of the plasm membrane which causes the mac-
rophagic reaction. One of such changes is the transmission of the phosphati-
dylserine from the inner leaflet of the cell towards the outer surface. The chan-
ges in the membrane can often be observed morphologically through the occu-
rence of membrane blebs or blisters (D), which often appear at the end of the
apoptotic processes. Namely, the dying cells develop phosphatidylserine on the
outer membrane which is a sign to macrophages to “eat” them. Small vesicles
called apoptotic bodies can sometimes be observed (D?) and are the sign that
cells die during apoptosis (Fig. 1).
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Figure 1. Apoptosis process (Ashton et al., 2004)

APOPTOSIS AND EDCs

Apoptosis is an important feature during testis development and this is
partially controlled through the expression of a large family of related apopto-
tic regulatory genes. The prototype apoptosis inhibitor is the protein product of
the proto-oncogene bcl-2. The gene product forms homo- or hetero-dimers
with apoptosis inducing factors such as bax. Over-expression of bax negates
the death repressor effects of bcl-2 and promotes apoptotic cell death, hence
the bcl-2/bax ratio is an important component of cell survival.

The expression of Fas ligand (FasL) and Fas receptor (FasR) is also im-
portant in the regulation of apoptosis. When FasL crosses links with its recep-
tor, the apoptosis is induced in FasR-positive cells. Since FasR is localised to
adult rodent germ cells and FasL to the Sertoli cells the role of this system in
adult testis function remains to be clarified. In addition, an estrogen response
element (ERE) motif has been identified in the promoter region of the FasL
gene. These findings suggest that EDCs recognised by the estrogen receptor
could disrupt FasL. expression in the testis, hence affecting testis development
and function. However, human studies have failed to detect FasR or FasLL mR-
NA in fetal testis at 20—22 weeks of gestation hence EDC action through this
mechanism may be limited to certain gestational windows.

Zearalenone is estrogenic and therefore can bind to the ERo/B-positive
Leydig cells in the interstitium. This could reduce testosterone secretion and
thus availability for binding to the AR expressed on the PMCs. Since testoste-
rone is reported to protect against testicular apoptosis, this may be associated
with reduced levels of bcl-2 in the PMCs resulting in apoptosis.
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The ways of the assumed mechanisms by which EDCs may induce disre-
gulation of apoptosis in the human fetal testis are schematically shown (Fig.
2). A. Normal function: Testosterone (T), produced by Leydig cells [1], targets
the peritubular myoid cell (PMC) where most androgen receptor (AR) is loca-
ted [2]. Consequently, this cell functions normally and interacts with Sertoli
cells [3]. B. EDC action on estrogen receptor: After crossing the placental
’barrier’, dieldrin (Diel) reaches the fetal testis [4] and docks with the ER
expressed by the Leydig cell [5]. This causes estrogen mediated effects, such
as decreasing T output by the cell [6] and hence, the AR on the PMC does not
receive adequate T [7]. This causes bcl-2 levels to fall resulting in apoptosis of
the PMC [8]. Finally, PMC-Sertoli cell interaction is affected [9]. C. EDC ac-
tion on androgen receptor: Diel docks with the AR expressed by the PMC [10]
thus blocking T binding to the AR on the PMC [11]. Inadequate binding of T
causes bcl-2 levels to fall resulting in apoptosis of the PMC [12]. Finally,
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B. EDC action on estrogen receptor

C. EDC action on androgen receptor

Figure 2. Schematic presentation of EDCs action (Murray, 2001)
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PMC-Sertoli cell interaction is affected [13]. D. EDC action: non-receptor me-
diated: Unbound Diel present within the Leydig cell [14] may cause bcl-2 le-
vels to fall resulting in apoptosis of the Leydig cell [15]. Consequently, less T
is produced by the Leydig population. 17. Hence, the AR on the PMC does
not receive adequate T. 18. This causes bcl-2 levels to fall resulting in apopto-
sis of the PMC. 19. Finally, PMC-Sertoli cell interaction is affected [19].

CONCLUSION

Until recently moulds were concidered to be harmless, although it was
proved that some moulds were harmful or toxic to people, plants and animals.
Zearalenone belongs to the group of phytoestrogens and is a secondary meta-
bolite of Fusarium spp. This mycotoxin, present in this region, has proven en-
docrine — disrupting effects and negatively affects the reproductive develop-
ment in male population. So far the studies have given rise to the significant
concern about the EDCs effect from the environment on the development of
male fetus, followed by the effect on the reproductive health in adults. Scien-
tists have succeeded in identifying EDC sensitive genes but there is still a lot
to be explained regarding the meshanisms i.e. the disrupted apoptosis of the
testis.

REFERENCES

Abid-Essefi, S. et al. (2003): DNA fragmentation, apoptosis and cell cycle arrest
induced by zearalenone in culured DOK, Vero and Caco-2 cells: prevention by
vitamin E, Toxicology, 192 (2—3), 237—248.

Ashton, S. et al. (2004): Apoptosis, Reproductive and cardiovascular disease research
group, London.

Demjen, D. (2004): Neutralization of CD95L promotes regeneration and fuctional
recovery after spinal cord injury, Nature medicine.

Hwan, K. et al. (2003): Zearalenone induceds male germ cell apoptosis in rats,
Toxicology letters, Volume 138 (3), 185—192.

McLachlan, A. John (2001): Environmental Signaling: What Embryos and Evolu-
tion Teach Us About Endocrine Disrupting Chemicals, Endocrine Reviews 22(3),
319—341.

Murray, T. J. et al. (2001): Endocrine Disrupting Chemicals: Effects On Hunam Ma-
le Reproductive Health, Early Pregnancy, Volume V, 080—112.

Radulovié, N. i saradnici (1993): Diferencijacija pola, Klinicka fiziologija humanog
fetusa, Zavod za udZbenike i nastavna sredstva, Beograd, 173—178.

Shigekazu, N. (1999): Nature cell biology, doi: 10.1038/14094, volume I (6),
143—145.

Terzié, V. (2004): Zearalenon — faktor rizika ljudskog i Zivotinjskog zdravlja, magi-
starska teza, Univerzitet u Novom Sadu, Poljoprivredni fakultet.

126



3EAPAJIEHOH KIJIOIIKA EHAOKPUHOI' CUCTEMA

Bojucnasa I1. bypcuh, Bepunia b. Jypuh
IMoswonipuspenuu dakynrer, Jlenaptman 3a ctouapctBo, Hosu Can

Pesnme

Hamre oxpyxkere koHTamuHMpaHO je ca 1000 xeMuKanuja Koje je YOBEeK CTBOPHO
U KOje MOIY CTYIIUTW Y MHTEPAKLMjYy Ca €HIOKPUHUM CHUCTEMOM JbYAM U KUBOTUHHA.
CwMmatpa ce mga oBe T3B. CyIICTaHIIe Koje pasapajy eHmokpunu cucteM (EJILL) 6moxupajy
pal XOpMOHa W TaKO OMETajy CeKCYalHW pa3Boj in utero. HepaBHO Cy KMBOTUHCKU
MO TIOKa3aiu aa maTepuHcka usnokeHocT EJILI cyrcraHiiama WHOyKyje perpo-
NYKTMBHE AUCOYHKIIMjEe KON MYIIKUX MoToMaka. OBe CTynuje cy JoBejie M0 3HavyajHe
3abpunyroct y npomopy EJILl n3 okpykewa Ha pa3Boj MyIIKOr ¢eTyca, a OTOM U
PEMPOIYKTUBHOT 3[paBiba OIPACIOT.

Y xeMukanuje ca eHIOKpUHO-pazapajyhuM edektruma yopajajy ce: opraHOXJIOpHU
MEeCTULIUIN, TUOKCUHU, TTOJIUXPOJHU OMGbEHWIN, ATKUIOTOINETOKCUIATH, TJIACTUYHU
aIUTUBU U (DUTOECCTPOTEHU KOjU C€ jaBJbajy NMPUPOIHU Y XpaHU. AKTUBHE CYIICTaHIIE
cy u30(IaBoOHU, KOMECTPOJIU U (pyHraaHu Merabonut 3eapaseHoH (3EP). 3eapaneHoH
Kao eCTPOTeHCKa CYIICTaHIla M3a3MBa MpepaHyd CEKCyaJlHW Pa3BOj KON HE3peNX JKeH-
KM, JIOK KOJ MyKjaka MHXxuOupa HopMmajaH pa3Boj tectuca. JJHK ¢dparmeHranuja yo-
yeHa ,,MepaeBuHactum”’ wu3rienqoM JIHK Ha arapo3HoMm reimy TOKOM eneKTpodopese
Ouia je ouuriieqHa HakoH 12 catu nenoBarba 3EP u ynyhuBana je Ha HacTaHaK aroIl-
TO3€e. ATIOITO3a je MIaBHM MeXaHM3aM KOju JOMPUHOCH TIpaKiely ceMeHux henuja u
atpoduju TecTuca.

Ilocroje moka3m ga ce MyIIKa PEMpPONYKTMBHA (DYHKILIMja CMambyje KOI JbyIu U
nonyJjaluju y nuB/bUHM. Jlokasu cy momymapHu ca IoBehaHoM ymoTpeboM u Behum
yTHULIajeM XeMHUKaIrja Kao M (PUTOeCTpOreHa y OKPYKeHY TOKOM mociemmbnx 50 romm-
Ha. CXOZHO TOMeE, XOIIOTe3e Cy yCMepeHe Ha MexaHu3zaMm aejoBarba E/ILl y mHmykuuju
JIACPEeryIncarha arnonTo3e y JbyIACKOM (PeTaIHOM TECTUCY.

127






36opHuk Matuile cpricke 3a npupoiaHe Hayke / Proc. Nat. Sci, Matica Srpska Novi Sad,
Ne 108, 129—137, 2005

UDC 633.11:632.4

Nada M. Protié, Nada and Rade J. Protic

I Research Fellow, EKO-LAB Ltd for quality control,
11213 Padinska Skela, Industrijsko naselje bb

2 Scientific Adviser, Institute for Plant protection and Environment,
11040 Belgrade, Teodora Drajzera 9

CORRELATION OF CONCENTRATION
OF FUMONISINS AND YIELD GRAIN OF WHEAT

ABSTRACT: Wheat from different locations was served for the isolation of Fusari-
um spp. Isolates were precisely identified and multiplied for artificial inoculation. Three
sorts of winter wheat were chosen: PKB Lepoklasa, Jugoslavija and Francuska. To these
sorts three different treatments were applied: artificial inoculation with the isolates of Fusa-
rium spp., protection of wheat with fungicide Impact-C and follow-up of a spontaneous in-
fection in different phenophasis of wheat development. The control was done with the same
sort, of the same location, not covered by an experiment. The research lasted for three
years.

Phytopathological evaluation was done twice during vegetation. The sort of Jugosla-
vija had an average of 85% of infected plants, Francuska 65%, but PKB Lepoklasa during
each of three years had 100% of infection by Fusarium spp. fungi.

Presence of fungi Fusarium spp. causes production of numerous mycotoxins and we
determined presence of fumonisins. The mentioned mycotoxin was found only in the treat-
ment of artificial inoculation for each sort. Presence of fumonisins was proved by fluorome-
tric method and concentration was by sorts as follows: Jugoslavija 0.30 mg/kg, Francuska
0.62 mg/kg, and PKB Lepoklasa 0.56mg/kg. In grains 100% infected by fungus, the con-
centration of mentioned toxins is of a greater quantity.

KEY WORDS: Fusariosis, mycotoxin, wheat, yield grain

PREFACE

The increase of population brings the problem of increased food produc-
tion and food keeping in better storing conditions, by the help of which
healthy satisfactory food could be provided. According to the data of FAO, it
is estimated that one fifth of all losses of produced food is due to insects, mic-
roorganism and other pests. The reducing of these losses induces the reducing
of hunger problem in the world.

Mycotoxins are secondary metabolites produced by fungi which may cau-
se harm to health of people and animals. Wheat may be infected with fungus
Fusarium spp. in the field, as well as during the storage. The most significant
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Fusarium toxins, frequently appearing as cereals are fumonisins, zearalenone
and trichothecenes. Working group for cancerogenic risk put toxins from F.
moniliforne (including fumonisins) in group 2B, as possibly carcinogen for
people.

For our territory, concerning geographical position and climatic characte-
ristic, the most significant mycotoxins, originating from fungus Fusarium spp.
are zearalenone and deoxynivalenol, and for fumonisins, occurring in wheat,
there are no data for out country, but in the world these mycotoxins are com-
bined mainly for corn.

MATERIAL AND METHODS OF WORK

To examine the presence of fumonisins in wheat grain three varieties of
winter wheat were chosen: PKB Lepoklasa, Jugoslavija and Francuska. To the-
se varieties three different treatments were applied and the first was the protec-
tion of wheat with fungicide Impact-C. The second treatment was the artificial
inoculation with the isolates of Fusarium spp. at the beginnig if wheat flow-
ering. Wheat, grown in various regions, was used for isolation of Fusarium
spp. Isolation was done according to the method of Nelson et al. (1979)
and there was done suspension for artificial inoculation with fungi Fusarium
spp- The third treatment was the monitoring of a spontaneous infection in dif-
ferent phenophases of wheat development. The control was done with the sa-
me sort, of the same location, not covered by an experiment. The research la-
sted for three years.

This experiment in the field was implemented. For this test, it was used
the block system repeated four times. The size of the field was 5m? (1x5).

The spikes (50 for treatments) were taken in different phenophases of
wheat growing (milk ripeness, waxy ripeness and full ripeness). Germinating
ability was tested by spikes analysis and the identification of Fusarium spp.
was done according to the method of Nelson et al. (1979).

After the harvest, the presence and concentration of the mycotoxins in the
wheat grain were determined. The degree of infection with fungi Fusarium
spp. is variable, with the aim to compare obtained results, grains 100% infec-
ted with fungus were isolated from the wheat samples artificially inoculated.
Fumonisins were determined by a modified HPLC method, by fluorometric
method, that is, imunoafinitive column chromatography on fluorometer Vicam,
Watertown, MA (Scott et al., 1995, Ware et al., 1994).

There were done statistic data processing, analysis of variations, simple
correlation and regression. The analysis covered different years, sorts and tre-
atments. The results are shown as a three year average for all examined cha-
racteristics.

RESULTS OF RESEARCH

Variety Jugoslavija, on allotments where artificial infection by fungus, re-
sulted with 85% of sick plants. Protection by fungicide was effective for Fran-
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cuska variety as during the course of three years the symptoms of fusiriosis
were not observed. During the first and the second year an artificial infection
occurred on 60% infected plants and during the third year on 75%. Plants of
PKB Lepoklasa variety were 100% infected by fungus in a treatment of an ar-
tificial inoculation, 1% was naturally infected and there were no damages with
protected plants (Table 1).

Table 1. Percentage of infection by fungus Fusarium spp. of different genotypes of winter wheat
by treatments

TREATMENT (T)

VARIETY(S) Protection with Artificial inoculation Natural Sx
Impact C with Fusarium spp. infection

Jugoslavija 0.2 85 0.7 28.6

Francuska 0 65 0.3 21.8

PKB Lepoklasa 0 100 1 33.7

Tx 0.07 83.3 0.7 28.0

The spikes were taken in different phenophases of wheat growing (milk
ripeness, waxy ripeness and full ripeness). Germinating ability was tested by
spike analysis and there was done identification of Fusarium spp. Dominant
fungus at selected varieties of winter wheat was F. graminearum, F. monilip-
horme and F. proliteratum found in minor percentage. Results of regression
analysis show that there is a high negative correlation between the germinating
ability and the percentage of spike infection by fungi (r = -0,90).

During the course of three years study the grain yield of selected varieties
of winter wheat was as follows: Francuska 7,77 t/ha, PKB Lepoklasa 7,76 t/ha
and Jugoslavija 7,71 t/ha.

Regression analysis between the mass of 1.000 grains and concentration
of fumonisins at wheat there was deduced grain a high negative correlation co-
efficient r = —0,99. For seed germination and concentration fumonisins at
wheat grain, there was confirmed string correlation coefficient r = —0,19.

Small detected difference between analysed varieties is not statistically
significant. Wheat protected with an fungicide Impact-C had 0,74 t/ha more
grain yield than grain from spontaneous infection, by which this scientific far-
ming method has been already justified in wide wheat production for twenty
years (Table 2).

Table 2. Accomplished yield in wheat grain of different varieties of winter wheat within different
treatments(t/ha)

TREATMENT (T)

VARIETY (S) Protection with Artificial inoculation Natural Sx
Impact C with Fusarium spp. infection

Jugoslavija 9,06 6,08 7,98 7,71

Francuska 8,74 6,28 8,31 7,77

PKB-Lepoklasa 8,80 6,37 8,10 7,76

Tx 8,87 6,24 8,13 7,75
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Mass of thousand grains is an attribute that depends on sort, climatic and
edaphic factors, as well as on the level of applied farming method. Within the
analysed varieties mass of thousand grains, irrespective of treatment, moved
from 38,1 g (Francuska) up to 44,2 g (Jugoslavija). Variety PKB-Lepoklasa
kept mass of thousand grains 41,0 g. Regression analysis between the mass of
thousand grains and the degree of the percentage of infection of wheat spikes
by fungi Fusarium spp. shows a mild correlation r = 0,12.

Absolute mass of grains (mass of thousand grains) is a significant indica-
tor of external quality of grains. Increased number and mass of grains per spi-
kes does not always results in increasing yield of grains.

Number mass of grains per spikes, in the face of treatment, was utmost in
variety Francuska (35,5), something lower in variety PKB-Lepoklasa, and the
least for wheat variety Jugoslavija (32,4).

Overall fumonisins are found in wheat grains from the treatment of artifi-
cial inoculation (Table 3). The lowest concentration of fumonisins is determi-
ned with grain of variety Jugoslavija. With grain of variety Francuska utmost
concentration of fumonisins is measured, one with another 0,62 mg/kg and
most at third years of research 0,64 mg/kg, when there was a high relative hu-
midity of air folowed by high temperature. String negative correlation r = 0,11
was found in concentration of fumonisins at wheat grains and degree of infec-
tion wheat spikes. Regression analysis between mass of thousand grains and
concentration of fumonisins in wheat grains found a high negative correlation
coefficient r = —0,99. For germination ability of wheat grains and concentra-
tion of fumonisins in wheat grains, there was found the string correlation coef-
ficient r = -0,19

Table 3. Contents of Fumonisins mg/kg in wheat grain of different varieties of winter wheat
within different treatments

VARIETY TREATEMENT FUMONISINS mg/kg
B Fusarium spp. 0,30
Jugoslavija .
Fusarium spp. 100% 0,40
Fusarium spp. 0,62
Francuska .
Fusarium spp. 100% 0,80
Fusarium spp. 0,56

PKB-Lepoklasa .
Fusarium spp. 100% 0,60

By comparison average of concentration of fumonisins per varieties in
wheat grains originated from the treatment of artificial inoculation with grains
from the same treatment with 100% infection, it can be proved that in the lat-
ter case, the concentration of fumonisins per varieties is increased (Table 3).

DEBATE

Fusariosis of wheat is a disease that irregularly appears in the areas occu-
pied by this culture, and it results in reduction of crops and technological
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quality. This disease is provoked by many kinds of Fusarium types and the
most frequent are: F. graminearum, F. culmorum, F. avenaceum. The damage
is the consequence of class sickness which leads to the considerable reduction
of grain germination, bad grain quality with defected starch granulation and
stored proteins (Bechtel et al, 1985). Infected grain proved damages on
seeds (M anka, 1989).

Symptoms of mycotoxicosis is the result of the interaction of mycotoxins
with functional molecule and subcells organellas at mamalias cells. Per Ki -
essling et al. (1986) many mycotoxins affect DNK level, by disturbing
process of transcription and inhibiting relayed broadcast by synthesis of pro-
tein. During germination of wheat grains the activity from the proteinase
enzyme is accelerated, mycotoxins block protein synthesis, due to which wheat
grains infected with fungi have reduced germinating ability.

Weinert and Wolf (1995) found that after infection the fungus set-
tles the infected spikelet and starts to grow downwards in the rachis. It invades
successively the spikelets mainly in basipetal direction. The vessels in the rac-
his may get obstructed or destroyed, it is not provided with water and nutriti-
ent anymore and start to wit. Yield reduction and infection of kernels are
mostly directly correlated with disorders of ripeness.

In a three-year-study during 1994—1996. Golinski et al. (1997) ob-
served 39,2—84,7% infection of wheat grains with fungi Fusarium spp. and
reduction of the mass of 1.000 grains was 80,5—92,5% in relation to control.

According to Balaz (1989) a high degree efficiency at patronage of
spike from causing fusariosis were evienced by preparates with two active
matters (Impact-C) and mixtures of two fungicides, applied in the beginning of
wheat flowering. Increasing of yield and mass of 1000 grains are at correlation
with effect with patronage wheat from disease, so that relatively increassing
yield at relation at control is about 2,1—14,5%.

Mycotoxins synthetised by fungi Fusarium spp. are stabile in production
unit process and there is a tendency to accumulate in products being mainly
used as food for people and cattle. During increased moisture, in spring and
summer, zearalenone and deoxynivalenol are dominant, and during drought —
fumonisins. Mycotoxins do not represent enough great molecul mass so that
animal and human organic structure could create related antibody.

After their disclosure, fumonisins (Gelderblom et al., 1988) turned
to be an object of many researches because of their potential adverse toxic ef-
fects to the health of humans and animals. Out of seven fumonisins identified
— A, A,, B, B, B;, B, and C, B, (FB,) is the most abundant and commonly
found in corn (Truckessetal, 1995).

Fumonisins were isolated in South Africa from culture material of F. mo-
niliforme MRC 826, which had been proved to cause leucoencephalomalacia
in horses and was hepatocarcinogenic in rats (Gelderblom et al., 1988) F.
moniliforme contaminated corn has been associated with human esophageal
cancer (Marasas et al., 1988) and was implicated as a cause of pulmonary
edema in pigs (Kriek et al., 1981).

F. moniliforme and F. proliferatum are producers of fumonisins. F. moni-
liforme is cardinal pathogen in corn at tropics and moist temperate regions and
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main abiot stocks and bonds for toxigenesis are temperature and humidity. F.
proliferatum is mostly identified as F. moniliforme J. Sheld. and there are
quite few data on its geographical distribution. It is settled in corn and causes
sickness of class, stalk and seminal. Along with F. moniliforme, it provokes
animal toxicosis. Fumonisin B, is the most significant mycotoxin originated in
both species. Risk from metabolise fumonisins is in postharvest period, before
drying. During drying and processing conditions of cereals the level of fumo-
nisins is not reduced (Bars et al.,, 1994).

During the experiment, cows were fed with addition of pure FB, oraly
1,5—5 mg/kg per body weight/day and intravenosly with 0,05 and 0,2 mg/kg
per body weight/day, it was proved the presence of FB, in milk stable in coo-
king and freezing (Benett et al.,, 1996).

During 1993—1995. it was confirmed in Hungary that 70—73% of vi-
sibly mouldy samples and 30% visibly mould-free samples were contaminated
with FB, (Fasekas et al, 1998). Two weaned piglets were fed with a diet con-
taining 330 mg/kg FB, of feed.The experimental animals developed hydrotorax
and pulmonary oedema and died in 5—6 days. Kidneys are sensitive in FB,
because of shingolipid metabolism, and urine is liquor for detection of free
sphingoid base which results in influence of FB, in kidney destruction (Gel -
derblom et al., 1988).

Richard et al. (1996) nurtured cows with FB,, FB, and FB, those be-
ing mixed with meal during 14 days and consummation had been 3 mg/kg per
body weight/day for FB,. To absence of detectable fumonisins in milk of cow
there were detected. Except passing diarrhoea and increased serum blood-fat,
helpmate hematological and clinical changes were not observed.

Ali etal. (1998) examined 16 corn samples collected from Indonesia for
aflatoksines, fumonisins, trihotecenes and zearalenone. Fumonisins were detec-
ted in all of the samples at a mean level of 895 mg/kg, deoxynivalenol, nivale-
nol and zearalenone in 2 samples and in 11 samples aflatoksins were detected.

In Germany 38 samples of sweet corn were tested during 1993. and 1994,
29% contained fumonisins with the highest concentration of 193 mg/kg. Du-
ring 1994/95. out of 66 samples corn product 14 samples were contaminated
with FB, in concentration varied from 127 — 9.818 pg/kg and the rest from 6
samples — 453 ng/kg. In 1996. 17 samples were contaminated one with anot-
her 43 pg/kg (Bresch et al., 1998).

Corn products obtained from retail store in the Netherlands were analysed
for FB, contamination. Out of 78 samples, 36% were contaminated with FB,.
About 45% sample corn products had FB, over 380 pg/kg and 25% processed
foods (maize bread, maize chips, maize starch and cornflakes) were contami-
nated with FB, at up to 1430 pg/kg (Denijs et al., 1998).

Forty-one samples of beer were analyzed for Fumonisins FB, and FB,,
recoveries ranged from 0,4—1 pg/mL (Scott et al., 1996).
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KOPEJIALIMJA UBMEBY KOHUEHTPALMJE ®YMOHU3NHA
N TTPMHOCA 3PHA MINEHUILE

Hapa M. Iporuh! u Pane J. IMporuh?
I Hayuynu capannuk, EKO-JIAB OO 3a yrpaBibathe KBAJTUTCTOM,
11213 IMaguncka Ckena, MHoycTpujcko Hacebe 00
2 HayYHUW CaBETHWK, VIHCTUTYT 3a 3aIITUTy OWJba W JKUBOTHY CPEIMHY,
11000 beorpan, Teomopa [pajzepa 9

Pesnme

Ha tpu copre osmme minenune ITKB-Jlenoknaca, JyrocmaBuja n ®Dpaniycka
MpUMeeHa Cy TpY TpeTMaHa: BelliTauka MHOKyJaluja uzonatuma Fusarium spp., 3a-
wtuta niuenuue byuruuuaom Impact-C v npahewe crioHTaHe UH(EKLUje y pa3Iuuu-
™M (eHodazama pa3Boja IIICHUILIE.

duronaToJsiollika olleHa M3BpIlIEHA je Ba MyTa y TOKY Bereraluje. Y30puu Kia-
coBa Cy WMCIMTMBAHMW Ha KJIMjaBOCT 3pHA M M3BpIIeHa je uneHTUduUKauuja Fusarium
spp-

Copra JyrocnaBuja umana je y mpoceky 85% wHounmpanux ousbaka, OpaHirycka
65% a TTKB-Jlenokmaca je y cBe Tpu roguHe nmana 100% wnbexuujy ribuBama Fusa-
rium spp.

JIoMUHaHTHA TJbUBAa Ha OJAOpaHMM TEHOTUIIOBMMAa O3MMeE TIIeHuIle ouna je F.
graminearum, a F. moniliforme u F. proliferatum cy Hal)eHe y MarbeM TPOLIEHTY.

IIpucycTBo IbMBa M3a3Bajio je CMameHY KJIMjaBOCT, jep MMKOTOKCMHU MHXUOU-
pajy cuHTe3y IporerHa. Pa3Boj rbuBa Ha OMJbKaMa IIIIEHUIIE JOBeO je 10 yBeHyha 3p-
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Ha 300r omTtehema CIPOBOAHOI CUCTEMa a CaMMM THM M JI0 CMaketba MPUHOCcaA, KOju
je CTaTMCTUYKU 3HadajaH.

I'muBe u3 pona Fusarium spp. U3a3uBajy MPOAYKLIMjY MHOTMX MMUKOTOKCHHA. 3a
Mojpyyje Hallle 3eMJbe Haj3HavYajHUju MUKOTOKCUHM, TIOPEKJIOM on T/buBa Fusarium
Spp., Cy 3eapajieHOH U JACOKCUHUBAJICHON, a 32 (hyMOHU3MHE, MPUCYTHE HA MUICHULH,
y HaIlloj 3eMJbM HeMa ToJaTaka, a y CBeTy Cy OBM MUKOTOKCMHMU Be3aHM YIJIAaBHOM 3a
KYKYpY3.

®ymonusuau ¢y onpehenn momudurkoBanom HPLC diayoprMeTpHjcKOM MeTO-
JIOM.

Hajumxke koHueHTpanuje ymoHu3nHa yrBpheHe cy y 3pHUMa copre JyrociaaBu-
ja. ¥ 3pHuma copre ®paHilycka uaMepeHe cy Hajpehe KoHLeHTpaluje ¢hyMOHU3UHA, Y
mpoceky 0,62 mg/kg. Hucka HeratuBHa kopenaruja r = —0,11 yrBpljeHa je 3a KOHIICH-
Tpauyje (pymMOHM3MHA Yy 3pHMMA IIIIEHMIIE M CTeleH MH@EeKIMje KIacoBa MIIESHUIIE
mbpuBaMa. Perpecmonom anamm3om m3mely Mace 1.000 3pHa m KoHIeHTpauuje Gymo-
HU3MHA y 3pHUMA IIIIIeHuIle YTBpheH je BUCOK HEraTUBHM KOpEIAllMOHU KOe(UILIUjeHT
r = —0,99. 3a knujaBoCT ceMeHa TIIEHUIIe M KOHIIEHTpalujy (yMOHU3WHA y 3pHUMA
MileHuIle yTBpheH je HUCKU KopejaauuoHu KoeduuujeHT r = —0,19.
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DETERMINATION OF DEOXYNIVALENOL IN CORN

ABSTRACT: By applying previously established optimal conditions for determina-
tion of deoxynivalenol by liquid chromatography with DAD detector, its content was deter-
mined in this work in corn samples artificially inoculated with Fusarium graminearum. The
samples presented material of different genetic origin, and are frequently used as parent
components of corn hybrids in the moderate belt. The obtained values for deoxynivalenol
content were not higher than the maximum permitted level (1 pg/g), regardless of the fact
that the fungus was artificially inoculated. This is probably a consequence of the absence of
humid weather, as well as extremely high temperatures during the sampling period (year
2003).

KEY WORDS: Corn analysis, deoxynivalenol, liquid chromatography, mycotoxins,
solid-phase extraction columns

INTRODUCTION

Deoxynivalenol (DON) belongs to trichotecenes, a group of mycotoxins,
which, beside aflatoxin, zearalenone, ochratoxin and fumonisins, is most fre-
quently found in foodstuffs and feed. DON is the most widely spread myco-
toxin from the trichotecene group, produced by fungi from the genera Fusari-
um, most frequently Fusarium graminearum and Fusarium culmorum. The
presence of these fungi is pronounced in cereals, wheat and corn being espe-
cially sensitive, causing their rotting. In foreign literature, a disease of wheat
caused by this fungus is known as Fusarium head blight, while in corn it is
known as Gibberella ear rot (JECFA, 2001). Infection of these cereals has for
a consequence a decrease in grain size and the amount of protein in the grain,
as well as a harmful effect on germination. The end result is a decrease in
yield and feed quality.
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Regardless of the fact that DON belongs to the group of the least toxic
trichotecenes, knowledge of its content is of great importance for food quality
control, because of its exceptional prevalence and its use as a kind of an indi-
cator of possible presence of other, significantly more toxic trichotecenes
(Lombaert, 2002). Its presence in feed is manifested by rejection of feed,
vomiting, diarrhea and finally, the weight loss in livestock (Kuiper-Good-
m an, 2002).

The most sensitive animal species to the presence of deoxynivalenol is
the pig, hence already at concentrations of 1 mg/kg in feed a certain percenta-
ge of these animals refuse food. That is exactly why this deoxynivalenol amo-
unt is the maximum permitted in feed intended for this animal species in most
countries worldwide. Maximum permitted level of deoxynivalenol in feed for
milch cows is also 1 mg/kg, while the level considered to be permitted for cat-
tle and sheep is 5 mg/kg, although these species can tolerate levels above 10
mg/kg. The limiting level of deoxynivalenol in feed for horses is 1 mg/kg, alt-
hough there are no thorough data about its effect on this species, except that
the animals become depressed and excrete a larger amount of saliva. 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, haven’t yet
been legally regulated in our country, neither in foodstuffs nor in feed.

Most frequently used for quantitative determination of DON are chroma-
tographic methods, i.e. liquid chromatography (LC) with and without derivati-
zation of DON, as well as gas chromatography with almost compulsory deri-
vatization, 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 determination (except immu-
nochemical) require clean-up of crude sample extract by solid phase extraction
(SPE). To that purpose, columns with different sorbents are used: activated
charcoal, alumina and celite (Eppley et al., 1986), fluorisil (Sano et al.,
1987), silica-gel, ion exchange resins, as well as different combinations of the
above sorbents (Lauren and Greenhalgh, 1987). Lately, the most fre-
quently used are multifunctional, so called MycoSep columns (Weingaert-
ner et al, 1997, Mateo et al, 2001) and to some extent less often immu-
noaffinity columns filled with antibodies specific for an individual mycotoxin
(Cahill et al., 1999).

The aim of this work is to determine DON content in corn samples used
for artificial inoculation of Fusarium graminearum by applying previously
established optimal conditions for DON determination by liquid chromato-
graphy with DAD detector (Abramovi¢ et al., 2005). Samples represented
material of different genetic origin, and are frequently used as parent compo-
nents of corn hybrids in the moderate belt.
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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 144.0 pg/cm? from
crystalline substance according to AOAC method 986.17. Stock solution con-
taining DON at 14.4 pg/cm? was prepared by measuring 1.00 cm? calibrant so-
lution 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. Three types of corn samples, presenting material
of different genetic origin, frequently used as parent components of corn
hybrids in the moderate belt, were obtained from the Department for Maize of
the Institute of Field and Vegetable Crops Novi Sad. These samples were
used, ten days after fertilization, to artificially inoculate fungus Fusarium gra-
minearum, known to be one of the most frequent deoxynivalenol producers.
Immediately after sampling, each of the samples was prepared by grinding in a
laboratory mill. After that, the sample was homogenized by mixing. Sample
prepared in such a way were packed in plastic bags and stored in a freezer at
—20°C until analysis. Prior 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
i.d., particle size 5 mm, Agilent Technologies, USA).

For thin-layer chromatography plate preparation, silica gel 60 H was used
(Merck, Darmstadt), as well as commercially available plates Alugram Sil
G/UV,,, (Macherey-Nagel, Diiren, Germany).

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
prewashed with 10 cm?® of methanol cation exchange resin (0.3—0.9 mm, Ke-
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mika, Zagreb) were added and lightly compacted above activated charcoal-alu-
mina-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 corn with acetonitrile (ACN)-water.
After filtration, the crude extract was cleaned-up on CACC column. Clea-
ned-up extract was evaporated just to dryness, residue redissolved in methanol
in case of analysis by reversed-phase LC with DAD detection or in a mixture
chloroform-ACN when analyzed by TLC.

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, 3.0 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?/
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 just 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, flowrate 0.6 cm3/min. Cali-
bration curves used for quantitative determination were constructed on the ba-
sis of the area under the DON chromatographic peaks, using working standard
solutions.

Thin-layer chromatography. Evaporated residue was redissolved in 100 ul
of the mixture chloroform-ACN (4:1, v/v). 25 and 50 ul of corn extract were
applied to the plate using a micropipette, along with 5, 10, 15, 20 and 25 pl of
diluted standard DON solution. Chromatographic plates were developed by a
mixture of solvents chloroform-acetone-isopropanol (8:1:1, v/v/v). After deve-
loping, the plates were left to air-dry for at least 10 minutes, subsequently
sprayed with a 20% solution of AICl, and dried in a drying oven for 7 minutes
at 120°C. After cooling, blue fluorescent spots, resulting from DON presence,
appear on the plates in the presence of UV light. Quantitative determination
was based on comparison of fluorescence intensity of sample spots with stan-
dard solution spots. Fluorescence intensity of individual spots was determined
after photographing chromatographic plates by a digital camera, using Scion
Image program.

142



RESULTS AND DISSCUSION

Samples of three types of corn, material of different genetic origin,
frequently used as parent components of corn hybrids in the moderate belt,
were analyzed. Fungus Fusarium graminearum, known to be one of the most
frequent producers of deoxynivalenol, was artificially inoculated by these sam-
ples ten days after fertilization. A chromatogram for one of the analyzed corn
samples is presented in Fig. 1, while the results of deoxynivalenol determina-
tion in these corn samples are presented in Table 1.

Table 1. DON content in corn samples used for artificial inoculation of Fusarium graminearum

Descrinti . Sowing DON (ug/g)
escription of lines
number LC TLC
Lines derived from a synthetic population 31 ND ND
Iowa Corn Borer Synthetic (BSCB1) 36 0.57 0.54
¢ BSSS 86 0.33 0.20
Lines of B type
(lowa Stff Stalk Synthetic) 23 0.36 0.20
157 0.08 ND
137 ND ND
Lines derived from Lancaster 193 ND ND
based material 203 0.08 ND
209 0.51 0.41

LC — liquid chromatography; TLC — thin-layer chromatography; ND — not detected

LC R 228,44 55,18 of UWZz288.1.D
94
] DON
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Fig. 1. Chromatogram of a corn sample used for artificial inoculation of Fusarium graminearum
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As can be seen, in none of the corn samples did DON content surpass the
value of 1 ng/g, which is the maximum permitted level for DON legislated in
most countries, while in 3 samples the content was below the detection limit
of liquid chromatography (0.06 pg/g DON). Besides that, no significant diffe-
rence is observed in tolerance to fungus Fusarium graminearum, as at least
one sample appears in each parent line in which the presence of DON is de-
tected. By comparing the results acquired by use of liquid chromatography and
thin-layer chromatography, it can be stated that somewhat higher results are
obtained when liquid chromatography is used. Such low concentrations of
DON in these samples, however, are not surprising, having in mind that all
analyzed corn samples belong to the 2003 crop. This year was exceptionally
unfavorable for fungus development, i.e. mycotoxin development, because of a
long-lasting drought period. Consequently, even in these samples by which
fungus Fusarium graminearum, proven to produce deoxynivalenol, was arti-
ficially inoculated, no significant production of this mycotoxin occurred. The
absence of humid weather as well as extremely high temperatures, which oc-
curred during the entire plant growth period, caused a poorer development of
the inoculated fungus, having as a logical consequence lower DON content
than expected. This research presented only a part of long-lasting and detailed
investigations undertaken at Department for Maize of the Institute of Field and
Vegetable Crops Novi Sad, with a purpose to generate a hybrid of the best
quality possible, resistant to fungi and different climatic conditions.
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OAPEBUBAKE JEOKCMHUBAJIEHOJIA ¥V KYKYPY3Y

bumana ®. A6pamosuh!, Urop M. Jajuh?, Bepuua b. Jypuh?
I TIpupoaHo-MaTeMaTHIKu akyaTer, JemapTMaH 3a XeMujy,
Tpr Hocureja O6panosuha 3, 21000 HoBu Can, Cpbuja u LlpHa I'opa
2 TToswompuBpenuu (axyiret, JdemapTMaH 3a CTOYapCTBO,
Tpr Hocureja O6panosuha 8, 21000 HoBu Can, Cpobuja u LlpHa I'opa

Pesume

JIeOKCMHUBAJIEHOJI, KOjU je MO CBOjOj XEeMMjCKOj CTpykKTypu 12,13-emokcu-3a,
7o, 15-TpUXUAPOKCUTPUXOTEL-9-eH-8-0H, jé MUKOTOKCUH KOjUu TIpUIIaa TPyrnu TPUXO-
TelieHa. BehuHa miecHU Koje ra IMpoayKyjy npunanajy poay Fusarium, KOHKpETHO Fu-
sarium graminearum W Fusarium culmorum. be3 0063upa Ha YMIbEHULY Aa TEOKCUHU-
BaJIEHOJI TIpUIIafa TPyNU HajMarbe TOKCUUYHUX TPUXOTelleHa, 300T HeroBe M3y3eTHO
BEJIMKE PAaCIPOCTPaeHOCTH Y YCeBMMa LIMPOM CBETa, Kao M 300T YMHCHUIIE J1a je OH
Heka BpcTa MHAMKATopa 3a Moryhe MmpucycTBO APYTMX, 3HATHO TOKCUYHUjUX TPUXOTE-
LIeHa, TI03HABahbe CaAPXkaja OBOI TOKCUHA je Ol BEJMKE BaKHOCTU 3a 6e30eaHOCT Xpa-
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He. Hajeeha oceT/bMBOCT Ha MPUCYCTBO JEOKCMHMBAJIEHOA Y XpaHU je U3pakeHa KO.l
CBHIba, a FbEroBa aKyTHa TOKCMYHOCT Ha >KMBOTHHaMa MaHUdecTyje ce ombujarbeM
XpaHe, ImoBpahamweM, I1MjapejoM U KOHAYHO T'YOUTKOM TEXKMHE.

ITpumewyjyhu nperxonHo yTBpeHe onTUMaIHEe ycjloBe 3a onpehrBambe IEOKCU-
HUBaJIeHOJIa TeYHOM XpoMmartorpacdujoMm ca DAD neTekTopoM, y oBoM pauy je oapeheH
HETOB Cajipikaj y y30plMMa KyKypy3a KOojuMa je BellTadyku WHOKyaucaHa Fusarium
graminearum. Y30plLU Cy MpPeICTaB/bali MaTepujall pa3jiuyuTe FeHETCKE OCHOBE KOjU
ce KOPUCTH 3a CHMHTe3y XMOpuIa KyKypy3a yMepeHOT mojaca. JloOujeHe BpeIHOCTH! ca-
Jp’Kaja JI€OKCMHUBAJEHOJa HUCY OWie BUIIE O MAaKCUMAJTHO J03BOJbEHUX BPEIHOCTH
0e3 003Mpa Ha YMHCHUILY Jla je TiecaH Oujia BelTauykyd MHOKyIucaHa. OBO je Bepo-
BaTHO TOCJeIMIIa OJCYCTBA BJIAXXHOT BpeMeHa M M3Y3eTHO BUCOKUX TeMIepaTtypa y
rnepuoay kKaga cy yzopuu ysumanu (2003. romguHa).
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PREVENTION AND CONTROL OF MYCOTOXICOSES
USING MODIFIED CLINOPTILOLITE

INTRODUCTION

Fungi may develop in stored grains following field inoculation. During
the process of host colonization fungi utilize plant nutrients, and may also pro-
duce toxins that are harmful for humans and animals (Viera, 2003). Fluctua-
tions in animal performance are relatively common, and sudden losses in feed
conversion, as well as in other performances, are in general attributed to
mycotoxin contaminated feeds.

It is assumed that at least 25% of grains are contaminated with known
mycotoxins and probably more with still unidentified toxins (Leibetseder,
1989). Regarding those facts, presence of mycotoxins in animal feed repre-
sents a great problem for animal production in our country. During 1999—
2000 presence of zearalenone, ochratoxin A, aflatoxin B, and T-2 toxin was
faund out in 72.3—74.5, 41.2—63.6, 20.1—21.65 and 29.7—45.1% of scruti-
nized feed samples (Bocarov-Stancic et al, 2000). Moreover, labora-
tory data demonstrate that over 70% of feed samples are contaminated with
two or more mycotoxins in amounts above maximal tolerable levels (Sefer
et al., 1994; Masic¢ et al., 2002).

Based on a risk assessment, the prevention and control of mould develop-
ment and mycotoxin in the food chain can be undertaken at consecutive levels.
Basically, the best way to minimize the risk for a mycotoxin to come into
food chain would be to prevent its formation in crop production and or during
storage of feedstuffs. The use of contaminated feeds requires either the dilu-
tion with non-contaminated grains to an acceptable level or uses some of
known methods to alleviate detrimental effects of mycotoxins, but financial,
nutritional and toxicological considerations will temper this decision (D a -
nicke, 2002).
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PREVENTION AND CONTROL OF MYCOTOXINS

From a practical standpoint, the best means of restricting mycotoxin con-
tamination is by prevention, in particular, by excluding or reducing toxigenic
mould growth in the raw and processed material. When mycotoxin contamina-
ted material is suspected or identified, it may be salvaged by the removal of
contaminated material by mechanical separation techniques, by chemical ex-
traction or by decontamination/detoxification of the material by physical, che-
mical or biological techniques (Smith and Moss, 1985).

Prevention. Mycotoxins can be produced by toxigenic moulds growing
on (1) living plants, (2) decaying plant material and (3) stored products. Thus,
mycotoxin prevention is based on making unfavourable conditions for moulds
growing (Sinovec et al., 2000).

Pre-harvest treatment is based on methods of cultivating to improve plant
vigor, the judicious use of insecticides and fungicides to reduce insect and fun-
gal infestation, irrigation to avoid drought condition and, more recently, gene-
tically methods to develop commercially acceptable varieties of crops that will
be more resistant to toxigenic moulds or will inhibit toxin production.

Post-harvest treatment is mainly based on physical and chemical methods
(Frisvad and Samson, 1991). Physical methods, in order to prevent or
to delay mould spoilage of feeds, include heating, pasteurization and steriliza-
tion, cooling, vacuum packing, canning, drying and irradiation. Chemical met-
hods are based on using preservatives (substances which inhibit or kill micro-
organisms in feeds) and, in practice, organic acids (propionic, sorbic, formic,
etc.) are the most common group of chemical used.

Elimination. Once a product is contaminated with mycotoxins there are
only two options if it is to be used for animal nutrition: (1) the toxin can be
removed and (2) the toxin can be degraded into less toxic or non-toxic compo-
unds (Smith and Moss, 1985).

Physical separation is connected with taking apart loose-shelled kernels,
shriveled kernels and discolored or off-colored kernels. Such kernels can be
separated either by hand or by color sorters.

Chemical separation includes numerous processes that have been develo-
ped to remove toxin from contaminated materials by various extraction techni-
ques. Several procedures can be used to remove toxin and include extraction
of toxin with appropriate solvents, simultaneous solvent extraction of oil and
toxin and selective extraction of toxins from oil.

Degradation or detoxification are the methods of choice when mycotoxin
contaminated material is suspected or identified. Making toxin less toxic or
non-toxic (degradation) or extracting from contaminated materials (detoxifi-
cation) seems to be the most promising way in a combat with mycotoxins.
Many physical, chemical and biological methods have been investigated to eli-
minate (degrade or detoxify) in situ mycotoxin in raw material.

Physical methods include mainly heating and irradiation, but the adverse
effects of heat treatment on the appearance and nutritive value of the products
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makes the practical application of these methods highly doubtful. Better results
could be achieved by combination of heating and increasing moisture content
(e. g. hydro-thermic treatment).

Chemical methods include a wide range of chemicals that have been te-
sted as reagents for the destruction of toxins such as acids, alkalis, aldehydes,
oxidizing agents and several gases. Although technical treatments of contami-
nated feedstuffs have been proven to successfully degrade several mycotoxins,
most of the procedures are expensive or were only labtested. Besides, limitati-
ons associated with decontamination process (changing nutritive value) and in-
sufficient degradation makes this process untenable.

Biological methods are based on the natural ability of some microorga-
nisms (bacteria, yeasts) to degrade most molecules of mycotoxins. Some inve-
stigations clearly show that where marked reduction in toxin presence in feed-
stuffs after inoculation of some microorganisms (Pasteiner, 1998). Whe-
ther this is due to inhibition of production or breakdown of the toxin has not
yet been determinated. The possibility of producing mycotoxin-degrading en-
zymes would have considerable commercial interest and application.

Nutritive approach. As the ingestion of contaminated feed is the main
way of input mycotoxins in to animal body, a nutritional approach is the logi-
cal way to reduce impact of mycotoxins. Nutritive treatment is based primarily
on raising quality of feed (increasing nutrients) in order to avoid or alleviate
negative effects after mycotoxin ingestion (Piva and Galvano, 1999).

Due to protein synthesis inhibition as prime mode of action, increasing
the protein content by 1—2% in the ratio could prevent mycotoxin effects.
Besides, adding methionine (glutathione detoxification), phenylalanine (ochra-
toxin A) or neutral amino acids (competition with triptophane) is recommen-
ded in some cases. Increasing antioxidating nutrients (selenium, vitamin E, A,
C) is the approach to reduce cell wall altering by action of free radicals.

However, most of these procedures are expensive, but more elegant and
inexpensive solution would be a feed additive, which would detoxify the con-
taminated feeds in situ, i. e. during passage through the digestive tract. For this
purpose, several adsorbents are used in practice.

Adsorbents are the substances, which are not absorbed from intestines,
and they have the ability to physically bind some chemical structures decrea-
sing their absorption. Many adsorbents were tested for binding capacity, and
the degree of adsorption depends on the chemical structure of the mycotoxin
in relation to the surface properties, and geometry of the adsorbent, as well as
their polarity.

Several commercially available adsorbents claimed to bind mycotoxins
were tested for adsorption of some mycotoxins. Most studies have used alumi-
nosilicates such as hydrated sodium calcium aluminosilicates and zeolites, or
even natural clays containing them. Similarly, the same effects could be achie-
ved by addition of cell wall mannanoligosaccharide obtained from S. cerevi-
saea (Devegowda et al., 1998).
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ZEOLITES

Zeolites are natural hydrated aluminosilicates with unlimited three-dimen-
sional crystalline structure with large surface and negative polarity. Utilization
of natural zeolites depends more or less upon their physical and chemical cha-
racteristics, like cation exchange, adsorption, hidratation/dehidratation, size and
shape of mineral granules, porosity and hardness. Specific adsorption (chemi-
sorptions), as well as other physical and chemical properties of zeolites (gas
and fumes adsorption, hydratation, ion exchange, catalytic ability, etc.) is
basically determined by crystal structure with pores system, acting as a sieve
of molecular range. Natural zeolites, unlike other aluminosilicates, exhibit high
adsorption ability even when low concentration of adsorbing material is pre-
sent. According to the research data, zeolites can adsorb and inactivate about
35% of ochratoxin (Dumic¢ et al., 1998).

The modified mineral adsorbents acquire wider role in human and vete-
rinary medicine (Rodrigues et al, 1997). Changeable cations in zeolite
minerals are bound by weak forces into tethraedric structure, with the po-
ssibility to be relatively easy removed or replaced by other cations from the
solution. Changeable cations are positioned into zeolite canals of clinoptilolite,
thus by ion exchange minerals with new characteristics could be produced,
without disturbing original clinoptilolite structure (TomaSevié¢-Cano-
vicé et al., 1997, 1998). Mineral adsorbent based upon clinoptilolite structure,
with NH,* changeable cation was created by technological manufacture of na-
tural zeolites. Roentgen diffraction of natural (Ca-dominant) and modified
(NH, — dominant) clinoptilolite were identical, while results of thermal
analysis were different because the part NH,* — ions were liberated upon hea-
ting.

In vitro trial. Two studies were conducted under in vitro conditions,
particularly the feasibility of utilizing a clinoptilolite, aimed at alleviating
and/or preventing harmful effects of AFB, and OTA. For experimental purpo-
ses MC was obtained by technological processing of natural zeolites, bearing a
dominant Ca ion in exchangeable position. In order to contain a reversible
NH,* cation mineral adsorbent was grinding on particles under 63 p, mixing
with 10% solution of 1M NH,CIl and keeping at 20°C during 3 subsequent
days.

First study of MC binding capacity for AFB, was done in electrolyte ma-
de by the addition of 0.1M HCl/dm? and 0.05M NaCl/dm? in water solution,
as well as 0.1M NaOH for achieving 2 or 7 pH of solution (Resanovi¢,
2000). The 99% pure crystallyne AFB, (Sigma, 1162-62-8) was diluted in
methanol in concentration of 0.1 mg AFB,/mL and after that water was
adjoined up to 100 mL. Experimental solutions were carried at 37°C and gen-
tle shaking after modified clinoptilolite addition in the amount of 10 mg/cm?.
Index of absorption was calculated relative to the determined amount of pure
AFB, in solution, followed the adding modified clinoptilolite after 5 and 30
min, as well as after 6, 24 and 48 hours.

On both pH values adsorbtion of AFB, by MC began with fast reaction
and almost all AFB, were adsorbed in a few first minutes of contact. Later,
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between 1—48 h, adsorbtion is slower and significantly less amounts of AFB,
were binding to active center of mineral adsorbent, which is in agreement with
other findings (Philips et al., 1995). An obtained result clearly shows that
saturation of all MC binding center were not achieved by used AFB, concen-
tration. AFB, adsorption index upon modified clinoptilolite was satisfying,
ranging between 90 and 95% on both pH values (2 and 7) in the concentration
range of 50—300 pg/g.

Second study of MC binding capacity for ochratoxin A was done in
electrolyte made by the addition of 0.1 M HCI/dm? and 0.05M NaCl/dm? in
water solution as well as 0.1 M NaOH for achieving 3.8 pH of solution (Zu -
rovac-Kuzman, 2002). The 99% pure crystalline OTA (Sigma, O-1877)
was diluted in methanol in the concentration of 0.2 mg OTA/mL and after that
water was adjoined up to 100 mL. Experimental solutions were carried at
37°C and gentle shaking after addition modified clinoptilolite in the amount of
10 mg/cm?. Index of absorption was calculated relative to the determined amo-
unt of pure OTA in solution followed the adding modified clinoptilolite after
120 min.

MC exhibits high adsorption ability even when low concentration of ad-
sorbing material is present. According to the research data, zeolites can adsorb
and inactivate about 35% of ochratoxin (Dumic et al., 1998).

The achieved results show that MC could very efficiently remove AFB,
or OTA from the water solution. The obtained data are comparable with simi-
lar results done by Phillips et al. (1995), Kubena et al. (1990, 1993)
and Harvey atal. (1993) that there was reached high level mycotoxin ad-
sorption by different adsorbents (zeolites, silicates, phylosilicates) on different
pH values, as well as different temperature. It has to be pointed that it is not
possible to totally compare achieved results with other findings (Phillips
et al.,, 1995), because accurate physical and chemical characteristics of used
adsorbents were not cited.

In vivo trials. Many adsorbents in in vitro conditions show the ability to
bind and adsorb different mycotoxins, but there are only a few references de-
scribing in vivo results. Thus, after preliminary study, further investigations
were performed in an in vivo trial.

The aim of the first study was to examine the protective effects of modi-
fied clinoptilolite (MC) on the adverse effects of aflatoxin B, (AFB,) on
poultry (Resanovi¢ etal, 2001). The three-week long trial was performed
on 21-day-old Hybro broilers divided into three groups. The control, as well as
experimental groups was fed with mashes without AFB,, while 0.5% MC was
added to the feed for the second experimental group. The AFB, was admini-
strated per os to both experimental groups in dose of 0.1 mg/kg BW daily. At
the end of the trial all broilers were sacrificed and samples of livers were ta-
ken for pathohistological examination, as well as for determination of AFB,
residues using TLC.

The liver of the treated broilers was enlarged, dark yellow colored and
tender in consistence. In some cases punctiformes and maculoses extravasation
could be seen. Varied amounts of fatty droplets could be detected in hepato-
cytes. Progressive fatty vacuolization, i. e. a different degree of fatty meta-
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morphosis were spread centrolobularly or panlobularly. In altered areas focuses
of extensive necrosis could be seen. Hyperplasia of the intrahepatic bile ducts
was also prominent. Residues of AFB, were detected in all liver samples.

In the liver samples of the control group, as well as the group offered
feed with added MC, no histopathological alteration or presence of AFB, resi-
dues was detected. The obtained results suggest that modified clinoptilolite re-
present a strong binding agent for AFB, and could prevent the adverse effects
of AFB,.

The aim of the second study was to examine the protective effects of MC
on the adverse effects of OTA in poultry (Nedeljkovié-Trailovic et
al., 2001). The 42-day long trial was performed on 36 day-old Hybro broilers
divided into three groups. After a 14-day long preexperimental period, the
experimental groups were offered feed contaminated with OTA in the amount
of 1.0 mg/kg, while 0.5% MC was added to the feed for the second experi-
mental group. At the end of the trial all broilers were sacrificed and samples
of kidneys were taken for pathohistological examination, as well as for deter-
mination of OTA residues using TLC.

Proximal tubules were predominantly affected, while glomerules were
chiefly preserved. Cytoplasm of tubulocytes was microgranulated and the nuc-
lei were masked. Vacuolization was noticed in a certain number of altered
cells. Foci of acute tubular necrosis were noticed in a few tubules. In some ca-
ses weak hemorrhage could be seen in affected areas. Residues of OTA in the
amount of 3.23+0.80 ppm were detected in all kidney samples.

In the kidney samples of the group offered contaminated feed with added
MC morphological alterations were expressed in the form of intracellular ede-
ma. Epithelial cells of proximal tubules were enlarged with opaque cytoplasm,
which caused tubule lumen stenosis. Apoptotic body could be noticed between
some tubulocytes. Residues of OTA in the amount of 1.43+0.39 ppm were de-
tected in all kidney samples.

CONCLUSIONS

During the process of host colonization fungi utilize plant nutrients, and
also may produce toxins that are harmful for humans and animals. The extent
of mould growth determines the degree of depletion in the nutrient content of
the feedstuff. Mould mainly uses its host as a source of energy, and besides
carbohydrates, fat utilization during mould development may be extensive. Re-
duction in performance of animals is usually credited only to mycotoxin ef-
fects, but it would be more accurate to accept an interaction between the re-
duction in nutrient content and the mycotoxin effects, especially when low le-
vels of mycotoxin are present.

Based on a risk assessment, the prevention and control of mould develop-
ment and mycotoxin in the food chain can be undertaken at consecutive levels.
The use of contaminated feeds requires either the dilution with non-contamina-
ted grains to an acceptable level or uses some of known methods to alleviate
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detrimental effects of mycotoxins, but financial, nutritional and toxicological
considerations will temper these decisions.

A new approach to mycotoxin control is the use of selective chemisor-
bents which added to feed are capable of forming irreversible complexes with
mycotoxin molecules in the intestinal lumen. Such complexes are not digesti-
ble, pass down the digestive tract and are excreted in the feces. The net effect
is to reduce the dose of adsorbed toxin to the point that it is below biological
threshold. This allows contaminated feed to be fed with minimal losses in per-
formance. The presented data clearly indicated that using modified clinoptiloli-
te as adsorbent might reduce the negative impact of mycotoxins. Adsorptive
capacity of modified clinoptilolite, obtained by technological processing of na-
tural zeolites, was significantly increased by changing molecular arrangement
and polarity.
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MPEBEHLMJA 1 KOHTPOJIA MUKOTOKCHUKO3A KOPULIHRhEHHEM
MOAND®UKOBAHOI KIIMHOMNTUIOJIMUTA

3naran J. Cunoseu, Pagmuna [I. Pecanosuh
Pesume

MWUKOTOKCUHU TIPEACTaBIbajy CTAJIHY OTMACHOCT Yy Y3T0jy *KUBOTUHbA jep Cy TpHU-
CYTHU y XpaHMBMMA W HETaTUBHO YTUUY Ha 3IPaBCTBEHO CTakhe¢ M MPOW3BOIHE Pe3ys-
Tare Yak u y MajauM KoiamuumHama. [Topemehaju mpon3BogHMX pe3yiTara KUBOTUHA CY
BpJIO YEeCTHU, a cjabuja KOHBEp3HWja XpaHe, Kao 1 clabuju rmapamMeTpu MPOU3BOILE, I'e-
HepaJIHO ce Be3yjy 3a Kopuliherme XpaHe KOHTaMUHHWpaHe MUKOTOKCHMHUMA.

C 003upoM J1a je TJaBHU MyT YHOIlIeHha MMKOTOKCHHA MHTEeCTHja KOHTaAMUHMpPA-
HE XpaHe, ONTUMAJIHO pellieHe je MpeBeHIIMja KOHTaMUHAIlMje CIpeyaBatkheM WU pe-
IYKIIMJOM pacTa TOKCUH-TIpOnyKyjyhux miecHu Ha xpaHuBuMa. Ca npyre crpaHe, y
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clyyajeBMMa Kaia ce MOoCyMiba WM MAEHTU(DUKYje TPUCYCTBO MUKOTOKCHHA Y XpaHU-
BUMa W/WIM XpaHU eIMMUHAILIMja ce MOYKE M3BPIIMTH MEXaHWIKOM CerapariujoM, Xe-
MUJCKOM €KCTPaKLIMjOM M JEKOHTaAMUHALIMjOM WM JAeTOKCU(UKALMjoM KopuillhermeM
(busznuke, xeMujcke WM OMOJIOIIKE METOJE.

EdukacHu Metonu 3a AeKOHTaMMHALIMjy XpaHe BeoMa Cy CKYIIM M HENpPaKTUYHU,
IMOoCceOHO aKO Ce paly O BEJIMKO] KOJIMYMHM XpaHe. 3aTo MOryhHoCT n30opa TpejacTa-
BJba Kopuilthemwe ajcopbeHara y Lujby ybjakaBatha HEraTUBHUX e(eKara MUKOTOKCH-
Ha Ha MPOU3BOIHE Pe3yJiTaTe KUBOTHHA. AJICOPOEHTH MMajy MOTYNHOCT /1a BEXY MHU-
KOTOKCHMHE TOKOM Iaca)ke XpaHe Kpo3 IUTeCTUBHU TPAKT, OMHOCHO [Ia CMae Pecopri-
1IMjy MUKOTOKCHHA TIPUCYTHUX Y XpaHM.

HcTpaxuBara M3BefAeHa MOCIEAHUX TOAMHA, Ka0 U pe3yJITaTu COMCTBEeHe Jlabho-
paropuje, yKa3yjy Za je CTelleH KOHTaMHMHallMje XpaHe BeoMa BHCOK ca TeHICHIIMjOM
pacTa, IITO yKa3dyje Ha YMHeHUIYy Ja he MUKOTOKCMHM jOILI Iyro OUTHU jedaH Of Ipu-
MapHUX IMpobyieMa Yy UCXpaHU KUBOTHUH-A. Jlocamalimha UCKYCTBa, EKCIIepUMEHTaIHA U
MpaKTUYHA, YKa3yjy da Kopuiinhere agcopbeHaTa MoKe Jda yOJaaXKy U/WIK MpeBeHUpa
HeraTuBHE e(eKTe MUKOTOKCHMHA. AICOPITIIMOHM KaIaluTeT MOIU(MUKOBAHOT KJIMHOTII-
TWIOJNTA, JOOMjEHOT TEeXHOJOIIKOM IpepamoM 3€0JIMTa, 3HayajHO pacTe MoauduKa-
LIUjOM MOJIEKYJICKE CTPYKType U IOJIAPHOCTH.
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CAPACITY OF FUSARIUM SPECIES ISOLATED FROM
BREWER’S BARLEY TO SYNTHESISE ZEARALENONE

ABSTRACT: Fungi of the genus Fusarium, known as toxigenic species, are very of-
ten parasites and contaminants of brewer’s barley. In this paper, the composition of the ge-
nus Fusarium species in brewer’s barley samples and their potential in the zearalenone
synthesis were investigated.

The tests were done on different brewer’s barley varieties, crop 2003, samples
(SSK1, SSK2, SSK3, SSK4, SSK5, SSK6, SSK7, SSK8, SSK9, SSK10 and SSK12) from
Kragujevac locality. The isolation and identification of the Fusarium species were done ac-
cording to the methods described by Nelson et al. (1983). The identified Fusarium spe-
cies (6) were tested for their capacity to synthesise zearalenone. The isolates were cultiva-
ted on sterilised barley grains at the temperature of 25°C for 14 days, and then the zearale-
none concentration was determined by the fluorometric method on the fluorometer “VI-
CAM?” series 4.

The following seven Fusarium species were isolated from barley samples: F. acumi-
natum, F. avenaceum, F. culmorum, F. equiseti, F. poae, F. sporotrichioides and F. tricin-
ctum. F. poae was the most distributed species (10.26%). The zearalenone concentration
within the range of 12.0 to 430.0 pg - kg—! was determined in cultures of barley grain ino-
culated with F. avenacuem (SSK6 and SSK12), F. culmorum (SSK8), F. tricinctum (SSK1),
F. sporotrichioides (SSK7 and SSK12) and F. poae (SSK5, SSK9 and SSK10). Isolates of
F. equiseti (SSK2) and F. poae (SSK6) did not express capacity to synthesise this toxic me-
tabolite.

KEY WORDS: barley, Fusarium species, zearalenone

INTRODUCTION

Barley grains similar to other cereal grains are a good substrate for the
development of numerous microorganisms, especially fungi (Skrinjar, 2001;
Koci¢-Tanackov and Skrinjar, 2004). The process of contamina-
tion and fungi development actually starts in the field (Schollenberger
et al., 2005), during harvest, transport and storage or is activated in the certain
stages of the grain technological processing. Fungi of the genus Fusarium, a
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common contaminant of cereal grains (Durakovi¢ and Durakovig,
2003), can cause the loss of colour, change of flavour or essence, loss in the
nutritive value, quality of milling, cooking and roasting, contamination with
mycotoxins, etc. (Sari¢ i sar., 1980; Bocarov-Stancié, 2001). Infec-
tion with Fusarium species is very critical for barley that is malted and which
malt is used in brewing beer.

Species of the genus Fusarium can deteriorate brewer’s barley quality in
several ways:

— they decrease the average size, weight and nutritive value of the grain
(Salas et al, 1999; Vanne and Haikara, 2001);

— they inhibit barley grain germination during the process of malting,
decrease the a-amylase activity and cause beer gushing (Noots et al., 1998;
Kleemola et al, 2001; Schwarz et al., 2001);

— they synthesise alkaline proteases that hydrolyse brewer’s barley pro-
teins (Pekkarinen et al., 2003);

— they produce mycotoxins (zearalenone, DON, DAS, fumonisine, mo-
niliformin, etc.) (Schollenberger et al.,, 2005) that are thermostable and
are not destroyed during the malting process, wort production, beer pasteurisa-
tion and therefore can be transmitted to beer (Scott, 1996).

Due to all above mentioned and especially due to their capacity to produ-
ce mycotoxins that are harmful to human health, the objective of the present
study was to analyse both, the composition of the genus Fusarium species in
brewer’s barley samples that is used as a raw material in the beer production
and the potential of isolated species to synthesise zearalenone.

MATERIAL AND METHODS

Samples of brewing barley. Two-rowed winter barley samples, crop
2003, were collected in storage rooms at Kragujevac locality. A total of 3 kg
each was sampled from the following 11 different varieties of brewer’s barley:
SSK1, SSK2, SSK3, SSK4, SSK5, SSK6, SSK7, SSK8, SSK9, SSK10 and
SSK12.

Isolation and identification of fungi. A total of 100 barley kernels was
taken from each sample and treated by shaking with 100 ml of 4% NaOCl so-
Iution for 2 minutes. Then, the sample was rinsed twice with 100 ml of sterile
distilled water. Filter papers soaked with 10 ml of sterile distilled water were
placed in four 130 mm Petri dishes. Twenty five barley kernels were placed in
each of four Petri dishes. The incubation of cultivated samples was proceeded
at the temperature of 25°C during the 14-day period. An additional wetting of
the filter paper with 7 ml of sterile distilled water was done on the 7% day. In
order to obtain a pure culture and identification fungi, on the basis of the mac-
ro-morphological properties of colonies, fungi were re-cultivated to the Sabou-
raud maltose agar (SMA) or to the Capek medium. According to macro-morp-
hological properties, all colonies, which were assumed to be representatives of
the genus Aspergillus or Penicillium, were transferred to the Capek medium,
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while all other colonies remained on the Sabouraud maltose agar (SMA). Cul-
tivated Petri dishes were incubated at 25°C for 7 days. Subsequent to the incu-
bation, isolates, determined to belong to the genus Fusarium, were used for
producing monosporous cultures on the potato dextrose agar (PDA) and 2%
carnation leaf agar (CLA) according the procedure described by Nelson et
al. (1983). In order to stimulate the formation of conidiogenic structures, culti-
vated media were incubated in the 12 h UV light/dark cyclic regime. Mono-
sporous cultures were incubated under stated conditions at the temperature of
25°C for 10 to 14 days.

The determination of isolated pure fungal cultures was done in accordan-
ce with taxonomic properties described by Ellis (1971, 1976), Nelson et
al. (1983) and Samson and van Reenen-Hoekstra (1988).

In vitro zearalenone production. Six species of the genus Fusarium were
investigated for their potential in zearalenone synthesis. Zearalenone-free bar-
ley sample were used for this investigation. Eleven sub-samples of 20 g, taken
from the primary sample, were coarsely milled and autoclaved at 121°C for 30
minutes. Afterwards they were inoculated with a suspension of Fusarium spp.
Number Fusarium spp. spores was determined according to the dilution met-
hod. The inoculum was incubated at 25°C for 14 days, with the periodic addi-
tion of sterile distilled water and daily shaking of the sample.

Zearalenone analysis. The zearalenone isolation was done in barley sam-
ples naturally contaminated with species of the genus Fusarium and in barley
samples that had been inoculated with cultures of Fusarium spp. The zearale-
none extraction from the barley samples was done by mixing 20 g of milled
sample with 2 g 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 was mixed with 40 mL
of washing buffer (PBS/0.1% Tween-20, VICAM). The homogenised mixture
was filtrated through the 1.0 pg microfibre filter. The obtained filtrate (10 mL)
was passed through a Zearalenone Test immunoaffinity column (1—2 drops/
second). 10 mL of washing buffer and 10 mL of distilled water (1—2 drops/
second) were passed through the column. Zearalenone was rinsed out from the
column with 1.0 mL of methanol (HPLC purity) into the glass test tube by
speed of approximately 1 drop/second. Then, 1 mL of the Zearala Test develo-
per (VICAM) was added to the tube and the content was well homogenised.
The test tube was placed into the graduated fluorometer (VICAM series 4), in
which the zearalenone concentration was read in PPB (VICAM, 1997).

RESULTS AND DISCUSSION

Isolated fungal species. Fourteen different fungal species were isolated
from two-rowed winter barley samples. On the basis of their taxonomic pro-
perties these species were classified into the following genera: Alternaria, Cla-
dosporium, Fusarium, Mycelia sterilia, Rhizopus, Scopulariopsis and Ulocladi-
um (Figure 1).
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Figure 1. Distribution (%) of certain fungal genera in two-rowed winter barley samples

0.5% Cladosporium
| 2% Scopulariopsis

2% Ulocladium

Mpycelia sterilia 6%
Fusarium 19%

Rhizopus 0.5%

Alternaria 70%

Out of totally isolated mycopopulations, the highest distribution (70%) in
all samples was determined for the species of the genus Alternaria (Fig. 1): A.
alternata (54%), A. brassicicola (14%) and A. tenuissima (2%). A. brassicicola

was distributed with 19% within the genus Alternaria.

The genus Fusarium in the studied barley samples ranked second by its
distribution (19%), but it was represented by a greater number of different spe-
cies (7) than the genus Alternaria. The species F. acuminatum, F. avenaceum,
F. culmorum, F. equiseti, F. poae, F. sporotrichioides and F. tricinctum were
isolated from the genus Fusarium. F. poae dominated in all barley samples

(Figure 2).
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One species each was isolated from genera Cladosporium, Rhizopus, Sco-
pulariopsis and Ulocladium as follows: C. herbarum, R. stolonifer, S. fusca
and U. charatum.

The obtained data on the distribution of genera Alternaria and Fusarium
are in accordance with the literature data obtained by international and national
researchers. Mycological studies on 260 samples of wheat, barley and oat
showed similar results in relation to the frequencies of these two genera in
Norway (Kosiak et al.,, 2004). A high distribution of F. poae (approxima-
tely 20%) was determined in barley grain in the U.S.A. (Salas et al., 1999)
and Czech Republic (Hysek et al., 2000), as well as, in oat grain in Canada
(Tekauz, 2002). The dominance of Alternaria spp. (up to 72%) and Fusari-
um spp., especially F. poae (53%), in barley, i.e. wheat grain, was determined
by Bocarov-Stancié¢ etal (2001),i.e. Balaz et al. (2003) and Do -
puda and Levic¢ (2004), respectively.

Zearalenone content. The determined zearalenone content in barley grain
samples naturally contaminated with species of the genus Fusarium ranged
from 5.2 to 52.0 pug - kg—! (Table 1). These levels were higher than the ma-
ximum tolerable levels for zearalenone in cereals according to the Regulations
on critical amounts of pesticides, metal, metalloids and other toxic substances,
homotherapeutics, antibiotics and other substances included into food commo-
dities (Official Gazette of FRY, Issue 5, 1992, Article 15).

Table 1. Natural occurrence (ng - kg—!) of zearalenone in barley samples

Sample number Barley sample Zearalenone content

(pg - kg~
1. SSK1 22.0
2. SSK2 5.2
3. SSK3 8.6
4. SSK4 5.8
5. SSK5 7.1
6. SSK6 8.2
7. SSK7 52.0
8. SSK8 24.0
9. SSK9 37.0
10. SSK10 19.0
11. SSK12 16.0

The zearalenone content in barley samples inoculated with cultures of Fu-
sarium spp. ranged from 0.0 to 430 pg - kg—! (Table 2). After the 14-day in-
cubation on sterilised barley grains, F. avenaceum isolates, originating from
barley samples SSK6 and SSK12, synthesised 430—330 pg - kg—! of zearale-
none.
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Table 2. Zearalenone content (ug - kg—1!) in barley samples incubated with isolated cultures of
Fusarium spp.

Origin of isolate Concentration of

Sample Fusarium species of Fusarium spp. spores in §uspension for Zemalengne
number (barley variety) barley grain 1n(f:]ulat10n (ng - kg—1)
(spore ml—1)

1. F. avenaceum SSK6 8x105 430,00

2. F. avenaceum SSK12 1x105 330,00

3. F. culmorum SSK8 1x105 220,00

4. F. equiseti SSK2 1x105 0,00

5. F. tricinctum SSK1 4x105 220,00

6. F. sporotrichioides SSK7 1x106 290,00

7. F. sporotrichioides SSK12 8x106 340,00

8. F. poae SSK5 2—105 120,00

9. F. poae SSK9 2—105 120,00

10. F. poae SSK10 16—100 140,00

11. F. poae SSK6 1—105 0,00

An isolate of F. sporotrichioides, originating from the barley sample
SSK7, synthesised 290.0 ng - kg—! of zearalenone while another, originating
from the sample SSK12, synthesised 340.00 pg - kg—! of zearalenone. F. poae
isolates, originating from three different barley samples (SSKS5, SSK9 and
SSK10), synthesised 120.00—140.00 pg - kg—! of zearalenone. F. culmorum
and F. tricinctum synthesised equal content of zearalenone (220.00 pg - kg—1),
while a F. equiseti isolate and a F. poae isolate did not synthesise zearalenone.

In cases when a greater initial number of spores for the same species of
the genus Fusarium was used for the inoculation of sterilised barley grain, the
fungi produced a higher zearalenone content (Table 2): two isolates of F. ave-
naceum (samples No. 1 and 2) and F. sporotrichioides (samples No. 6 and 7),
and especially three isolates of F. poae (samples No. 8, 9, and 10).

In comparison with other species, the lowest zearalenone content in three
isolates of F. poae (samples No. 8, 9 and 10) or even non detectable contents
of this mycotoxin in cultures of F. equiseti (sample No. 4) and F. poae (sam-
ple No. 11) most probably point out to the fact that these species or particular
isolates had no genetic background for the zearalenone synthesis.

CONCLUSIONS

According to the obtained results on the composition of mycopopulations
and zearalenone content in naturally and artificially inoculated brewer’s barley

grains with species of the genus Fusarium the following conclusions can be
drawn:

— fungi of the genera Alternaria (70%) and Fusarium (19%) dominate
in samples of brewer’s barley, while percentage of remaining fungal genera

162



ranged from 6—2% (Mycelia sterilia, Ulocladium, Scopularipsis) to 0.5%
(Rhizopus, Cladosporium);

— A. alternata (54,6%) and F. poae (10,26%), were the most distributed
within the genus Alfernaria, i.e. Fusarium, respectively;

— several species of the genus Fusarium (F. acuminatum, F. avenaceum,
F. culmorum, F. equiseti, F. poae, F. sporotrichioides and F. tricinctum) were
isolated from brewer’s barley grain;

— natural occurrence of zearalenone varied from 5.2 to 52.0 pg - kg—!,
i.e. it was higher than the maximum tolerable levels prescribed by legal regu-
lations for content in cereals;

— the zearalenone content varied from 120.0 to 430.0 pug - kg—! in cultu-
res of F. avenacuem (2), F. culmorum (1), F. tricinctum (1), F. sporotrichioi-
des (2) and F. poae (3);

— the highest, i.e. lowest potential in zearalenone synthesis was expres-
sed by the isolates of F. avenaceum and F. sporotrichioides, i.e. F. equiseti
and F. poae, respectively;

— only one isolate of F. equiseti (sample No. 4) and of F. poae (sample
No. 11) did not synthesised zearalenone;

— the same species of the genus Fusarium synthesise a higher zearale-
none content if a higher concentration of spore suspension is used for the ino-
culation of sterilised barley grain.
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CITOCOBHOCT CHUMHTE3E 3EAPAJIEHOHA FUSARIUM BPCTA
N30JIOBAHUX N3 IMMBCKOI' JEUMA

Cynunna [. Koumnh-Tanaukon!, Mapuja M. Ilkpumap!, Onruna C. I'pyjuhl,
Jenena JleBuh? u Jenena /1. Ilejun!
I Texnomnomku dakynrer, Yuusep3uter y HoBom Camy, Hosu Can
2 UHCTUTYT 3a KYKYypy3 ,,3eMmyH I[lome” JI.I1., Beorpag—3eMyH

Pesume

I'wuBe u3 pona Fusarium, mo3HaTe Kao TOKCUTEHE BPCTE, YECTH Cy MapasuTu U
KOHTaMMHAHTHU TIMBCKOT jeuma. Y OBOM pajy MCIUTHBAH je cacTaB BpcTa poxaa Fusari-
um, TIOPEKJIOM M3 ITMBCKOT jeuMa, Kao U FbMXOB TMOTCHIIUjal Y CHHTE3M 3eapajcHOHaA.

V pany cy ucimTuBaba BpIlieHa Ha y30pIMMa Pa3IMUUTHX COPTU MUBCKOT jeuma
(SSK1, SSK2, SSK3, SSK4, SSKS5, SSK6, SSK7, SSK8, SSK9, SSK10 u SSK12), po-
na 2003. ronMHe, KOju Cy MpUKyIUbeHHU Yy JiokanuteTy Kparyjesail. M3onoBame 1 uaeH-
Tudukauurja Fusarium BpcTa U3BPIIEHO je MpeMa MeToaama Koje cy omucanu He i -
coH u cap. (1983). UnentudukoBane Fusarium BpcTe (6) TecTUpaHe Cy Ha CIOCO0-
HOCT CHHTe3¢ 3eapajcHoHa. M301aTu Cy rajeHu Ha CTepUIMCaHUM 3pHUMa jeuma, MH-
kyoupanu Ha 25°C y Tpajamwy 14 naHa, HakoH 4era je onpeljeHa KOHIIEHTpalluja 3eapa-
JIeHOHa (QJIyopoMEeTpUjcKOM MeTomoM Ha duyopomerpy ,,VICAM” cepuje 4.

W3 y3opaka jeuma usosoBaHo je 7 Fusarium BpcTa, u T0: F. acuminatum, F. ave-
naceum, F. culmorum, F. equiseti, F. poae, F. sporotrichioides u F. tricinctum. Haj3a-
CTyIUbCHUja je Omta Bpcta F. poae (10,26%). Y xynTypaMa WHOKYJIMCAHOT 3pHA jeuMa
ca F. avenacuem (SSK6 u SSK12), F. culmorum (SSKS8), F. tricinctum (SSK1), F. spo-
rotrichioides (SSK7 1 SSK12) u F. poae (SSKS5, SSK9 u SSK10) yrBpheHa je KoHIIeH-
Tpauuja 3eapaseHoHa on 120,0 mo 430,0 pg - kg—!. F. equiseti (SSK2) u F. poae
(SSK6) Hucy mokasajie CIIOCOOHOCT CHMHTE3€ OBOT TOKCMYHOI MeTaboyuTa.

165






36opHuk Matuile cpricke 3a npupoiaHe Hayke / Proc. Nat. Sci, Matica Srpska Novi Sad,
Ne 108, 167—171, 2005

UDC 633.31:632.4

Vesna Krnjaja,' Jelena Levid,?
M. Ivanovicé,3 Zorica Tomic!

I Institute for Animal Husbandry, Belgrade—Zemun
2 Maize Research Institute “Zemun Polje”, Belgrade—Zemun
3 Faculty of Agriculture, Belgrade—Zemun

VIRULENCE OF FUSARIUM SPECIES TO
ALFALFA SEEDLINGS

ABSTRACT: In in vitro conditions, virulence of 91 isolates of species Fusarium ge-
nus (F. oxysporum, F. solani, F. acuminatum, F. equiseti, F. arthrosporioides, F. prolifera-
tum, F. avenaceum, F. semitectum, F. tricinctum, F. sporotrichioides and F. graminearum)
towards alfalfa seedlings was investigated. Isolates of investigated species originated from
diseased alfalfa plants collected at four locations in Serbia based on symptoms of wilting
caused by fusarium and root rotting. Pathogenicity and virulence of investigated isolates of
Fusarium spp. were determined by visual evaluation of inoculated seedlings of cultivar K28
in laboratory conditions. All isolated of investigated species had pathogenic effect on alfalfa
seedlings, which expressed symptoms such as necrosis of root, moist rotting and “melting
of seedlings”. Colour of necrotic root tissue varied from light brown, brown, lipstick red to
explicit black, depending on the Fusarium species. Strong virulence was established in 48
isolates, medium virulence in 31 and weak virulence in 12 isolates.

KEY WORDS: alfalfa (Medicago sativa L.), Fusarium spp., seedlings, virulence

INTRODUCTION

Longevity of alfalfa crops is conditioned by condition of root system,
primarily in root neck and small roots in the most active zone of the root.
Therefore, rotting of root and root neck, since frequent in case of alfalfa, is
one of the most important factors which reduces the longevity of alfalfa crops,
yield and quality of alfalfa. Fusarium species isolated from diseased alfalfa ro-
ots, especially root neck, were more frequent than any other type of fungus.
Except type of rot, symptoms of disease are manifested in form of chlorisis of
leaves and lower plants.

Fusarium oxysporum Schlect., F. solani (Mart.) Appel & Wollenw. Emend.
Snyder & Hansen and F. roseum Lk. ex Fr. Emend. Snyd. & Hans. are species
constantly isolated from alfalfa root (O’ Rourke and Millar, 1966;
Graham et al, 1979). According to the data from literature regarding the
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etiology of root rot, other Fusarium species are also important, such as F. ave-
naceum (Fr.) Sacc., F. arthrosporioides Sherb., F. culmorum (W. G. Smith)
Sacc., F. scirpi Lamb, et Fautr. var. acuminatum, F. poae (Peck) Wr., F. sam-
bucinum Fuckel and F. tricinctum (Corda) Sacc. (Erwin, 1954; Chi et al,,
1964; Nedelnik, 1988; Hwang et al., 1989).

On the territory of Serbia, from alfalfa plants demonstrating symptoms of
wilting and rotting of root and root neck, most frequently isolated were nume-
rous Fusarium species (Miliji¢ et al, 1984, 1986, Vico et al., 1996;
Krnjaja and Ivanovié, 2001; Krnjaja et al., 2002). Damage caused
by nematodes (Pratylenchus penetrans Cobb) enables more intensive develop-
ment of Fusarium wilt (Fusarium oxysporum var. medicaginis) on alfalfa root
seed (Krnjaja et al, 2003), which could be a source of further spreading of
pathogens on vegetative parts of the plant and cause problem in establishing of
alfalfa crops.

Considering how frequent incidences of fuzariozing wilting and root rot-
ting are in alfalfa crops on the territory of Serbia as well as great number of
isolated Fusarium species, the objective of this research was to investigate vi-
rulence of different types of Fusarium species to alfalfa seedlings.

MATERIAL AND METHODS

Applying standard phyto-pathological methods, isolates of Fusarium spp.
were separated from alfalfa plants, collected in the vicinity of Belgrade (Ze-
mun, Padinska Skela), Novi Sad (Rimski Sancevi) and KrusSevac, with symp-
toms of Fusarium wilt and root rot. According to morphological characteristics
described by Nelson etal (1983) and Burgess et al. (1994), investiga-
ted isolates belong to the following species: F. oxysporum, F. solani, F. acu-
minatum, F. equiseti, F. arthrosporioides, F. proliferatum, F. avenaceum, F.
semitectum, F. tricinctum, F. sporotrichioides and F. graminearum.

In in vitro conditions, inoculation of seedlings of cultivar K28 was car-
ried out according to the method described by Chi et al. (1964). Alfalfa seed
was disinfected in 95% ethanol for 10 seconds, subsequently in 7% sodium
hypo chlorite (NaOCI) for 10 minutes, rinsed in sterile water and dried at ro-
om temperature. Section of the colony of investigated isolates 4—5 mm? in di-
ameter and five days old was placed in the centre of Petri dish with 1.7% po-
tato dextrose agar. Around the section of colony, at distance of 2 cm in diame-
ter, 15 seeds of alfalfa were placed. Petri dishes were incubated at room tem-
perature. After two days, primary roots were placed so that their tips were to-
uching the rim of the fungus colony in the centre of Petri dish.

After 10 day incubation, degree of pathogenicity (virulence) of isolates
was evaluated by visual inspection of necrotic areas according to the following
scale: 0 = no virulence (no necrotic areas on the root), 1 = weak virulence
(necrosis on the tip of the root), 2 = medium virulence (root and low part of
the stem — stem butt, but necrosis or fungus mycelium didn’t spread on lea-
ves and upper section of stem) and 3 = strong virulence (necrosis or fungus
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mycelium have spread entirely over root, stems and leaves, and in some cases
even “melting” of seedlings occurred).

RESULTS OF INVESTIGATION

By inoculation of alfalfa seedlings in laboratory conditions it was esta-
blished that all 11 isolates of Fusarium species were pathogenic. Two days
subsequent to contact between root and fungus colony necrosis appeared in all
investigated isolates. Necrosis spread vertically and after 10 days of incubation
isolates of strong virulence were completely spread over root, stems and leaves
of seedlings, causing in some cases so called “melting” of seedlings (Fig. 1).

Necrotic tissue of the root was rotten and decayed. In case of isolates
which haven’t caused spreading of necrosis further from the root, herbaceous
parts of seedlings which weren’t necrotic tore easily when pulled from disinte-
grated and softened root tissue. Colour of necrotic root parts was light brown,
brown, red brown, and lipstick red to black (Fig. 1). Roots of control seedlings
were without necrosis, healthy and with stabile structure.

Among investigated isolates of Fusarium spp., 48 demonstrated strong vi-
rulence, 31 isolates medium virulence, and weak virulence 12 isolates (Tab. 1).
Among investigated isolates of F. oxysporum, 16 isolates demonstrated strong
virulence (grade 3), 14 isolates demonstrated medium virulence (grade 2), and
4 isolates demonstrated weak virulence (grade 1). Among investigated isolates
of F. solani, 16 isolates demonstrated strong virulence, and one isolate de-
monstrated medium virulence. Seven isolates of F. acuminatum demonstrated
strong, and two weak virulence. All investigated isolates of F. equiseti demon-
strated weak virulence. Six isolates of F. arthrosporioides demonstrated medi-
um virulence and one isolate strong virulence. All investigated isolates of F.
proliferatum demonstrated strong virulence. One isolate of F. avenaceum de-
monstrated strong, and two isolates medium virulence. All investigated isolates
of species F. semitectum and F. sporotrichioides demonstrated medium viru-
lence. One isolate of F. tricinctum demonstrated strong, and one medium viru-
lence. One investigated isolate of F. graminearum demonstrated strong viru-
lence (Tab. 1).

DISCUSSION

In the test for control of pathogenicity of Fusarium species to alfalfa see-
dlings pathogenicity of isolates of all investigated Fusarium spp. was establis-
hed, as well as high sensitivity of alfalfa in pheno — stage of seedlings. Simi-
lar results were confirmed in previous investigations (Weimer, 1927, 1928,
loc. cit. Schmittenner, 1964; Chi et al., 1964; Hancock, 1983,
1985), when it was proved that Fusarium species can infect alfalfa seedlings.
Weimer (1927, loc. cit. Schmittenner, 1964) has established that Fu-
sarium spp. and Rhizoctonia spp., isolated from rotten root neck and root of
alfalfa cause moist rotting of seedlings. F. oxysporum f. sp. medicaginis is also
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pathogenic to alfalfa seedlings (Weimer, 1928 loc. cit. Schmittenner,
1964). Isloates of Rhizoctonia spp. and F. oxysporum f. sp. medicaginis origi-
nating from alfalfa have demonstrated strong pathogenicity not only to alfalfa
seedlings, but also to seedlings of bird’s foot trefoil, red and white clover
(Vico, 1997). Histological researches have shown that penetration and furt-
her development of F. avenaceum, F. oxysporum and F. solani are similar in
case of alfalfa and red clover seedlings (Chi et al., 1964). The results obtai-
ned by these authors indicate that all three Fusarium species have penetrated
into uninjured epidermal root cells, seed coat and cotyledons by direct penetra-
tion without formation of apresoria. The penetration was intercellular and in-
tracellular. Most frequently, pathogens penetrated the meristematic tissue, alt-
hough regions of cell magnification and differentiation were also affected. Pat-
hogens colonize completely the cortex of the alfalfa root. All three species co-
lonize xylem, and F. solani is most limited when developing in epidermal and
cortical tissues. Tips of roots are affected by pathogens in two-day old see-
dlings. Seed coat was colonized quickly by all three fungis species. Lots of
hyphae were found in cotyledons, leaf primordia and young stems. No diffe-
rence was established between plants which became diseased naturally and
artificially inoculated plants in regard to development of fungus (Chi et al.,
1964).

CONCLUSION

Investigations of pathogenicity and virulence of Fusarium species in vitro
have lead to the following conclusions:

— F. oxysporum, F. solani, F. acuminatum, F. equiseti, F. arthrosporioi-
des, F. proliferatum, F. avenaceum, F. semitectum, F. tricinctum, F. sporotric-
hioides and F. graminearum are pathogen to seedlings of K28 alfalfa;

— Main symptoms of disease are change of colour from brown to black
depending on the investigated species, necrosis of root, moist rotting and
“melting of seedlings”;

— Most of the isolates demonstrated strong virulence (48) to medium vi-
rulence (31), and only 12 weak virulence, none of the isolates were of no viru-
lence;

— F. solani and F. acuminatum demonstrated mostly strong virulence,
F. arthrosporioides medium virulence, whereas virulence of F. oxysporum va-
ried from weak to strong;

— All isolated Species of F. proliferatum demonstrated strong virulence,
and of F. equiseti weak virulence;

— Less present species on alfalfa root, such as F. avenaceum, F. tricin-
ctum and F. graminearum, demonstrated medium to strong virulence, and F.
semitectum and F. sporotrichioides medium virulence.

170



BUPYJIEHTHOCT BPCTA POJA FUSARIUM TIPEMA
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Pesume

VY in vitro ycnoBuMa mpoydeHa je BUpYJeHTHOCT 91-or u3ojara Bpcta poaa Fusa-
rium (F. oxysporum, F. solani, F. acuminatum. F. equiseti, F. arthrosporioides, F. pro-
liferatum, F. avenaceum, F. semitectum. F. tricinctum, F. sporotrichioides v F. grami-
nearum) TipeMa KJIMjaHIIMMa Jylepke. M3onatm mcrnuTuBaHUX BpCTa TOPEKIOM CYy U3
oboJienx OMibaka JyLEpKe Koje Cy NMPUKYIUbeHE U3 4YeTUupu Jiokaaureta y Cpouju Ha
OCHOBY cuMIITOMa (py3aprmo3HOT yBeHyha W TpyJeku KopeHa. [laToreHOCT W BUpY-
JICHTHOCT UCIIUTUBAHUX U30Jata Fusarium spp. yTBpeHU Cy BU3YEJIHUM OLICH-UBaHEM
WHOKYJIMcaHUX KiujaHaua copte K28 y maboparopujckum ycinoBuma. CBU M30JaTH
HMCMUTUBAHUX BpPCTa MATOT€HW Cy MpeMa KiWjaHLIMMa JYLEpKe, KOju Cy MCIOJbUIU
CUMIITOME Y BUAY HEKpO3e KOpeHa, BJIaKHE TPYJISKM U ,,TOIJbeHa KiaujaHaua”. boja
HEKpOTUpPAHOT TKMBa KopeHa Bapupa on cBemio cMmehe, cmele, 1pBeHO-cMmele, Kap-
MUH-LIPBEHE O M3Pa3uTO LIpHE, 3aBUCHO Of BpcTe pona Fusarium. Jaky BUPYJIEHT-
HOCT MCIoJbWIIO je 48 m3osara, cpeary 31 uzonat, a ciaby 12 uzojarta.
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EFFICACY OF DIFFERENT ADSORBENTS IN
ALLEVIATING ZEARALENONE EFFECTS
ON PERFORMANCE OF PIGS

ABSTRACT: The investigation of the influence of zearalenone effects on performan-
ce of pigs and the possibility of the application of modified clinoptilolite (MC) and esteri-
fied glucomanane (EGM) in alleviating and/or prevention of harmful effects was performed
by the experiment of pigs nutrition. The experiment lasted for 31 days, and the group of
pigs was fed with uncontaminated feed, while experimental groups were fed with feed con-
taining 3.84 ppm of zearalenone. In pig feed of the second and third experimental group
MC and EGM in the amount of 0,2 and 0,1% were added.

The pigs of the control group accomplished daily growth of 0.569 kg with feed con-
version of 1.793 kg. The presence of F-2 toxin in feed affected adversely production results.
The addition of MC or EGM to contaminated feed improved production results, but not to
the level of the control group. The obtained results point at the fact that adsorbents can only
partially prevent harmful effects of F-2 toxin.

KEY WORDS: adsorbents, pigs, production results, zearalenone

INTRODUCTION

Mycotoxin zearalenone is one of the most important secondary metaboli-
tes of Fusarium fungi. It is a phytoestrogen, lacton 6-b-resorcilic acid (6-[10-
-hydroxy-6-oxy-trans-1-undecenil]-b-resorcilic acid). Biological activity of this
toxin can be explained as competition with 17-b-oestradiol for the specific bin-
ding points at oestrogenic receptors.

Pigs are more sensitive (SCF 2000) than other animal species, like rumi-
nants and poultry, especially fowl. Oestrogenic syndrome (Kro gh, 1987) is
dominant phenomenon in clinical picture. Hyperemia and oedema of vulva
with lightly clouded mucilaginous vaginal discharge are symptoms of intoxi-
cation. In severe cases vaginal and rectal prolapse can be seen (Sydenham
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et al., 1988). Clinical signs are more expressed in immature than in mature
animals James and Smith, 1982; Kuiper-Goodman et al., 1987).

Corn is usually affected, especially hybrid sorts with long vegetation and
a lot of humidity in the moment of ingathering, but the fungi growth and toxin
synthesis prolong further during storage (EFSA 2004). Mycotoxin content in
feedstuffs and/or feed is usually lower (Sefer et al., 1994; MasSi¢ et al,
2001) and it doesn’t provoke significant health disturbance, so it is manifested
as a chronic mycotoxicosis (Humphreys, 1988). Chronic primary myco-
toxicosis is manifested by different grade of decrease of performances: retar-
ded growth, lower feed conversion, feed refusal, vomiting and diarrhea (Sefer,
2000).

Numerous strategies for the detoxification of mycotoxin-contaminated
crops have been reported in the scientific literature and recently reported
(Phillips et al., 1994). These include methods of mycotoxin extraction, se-
paration, decontamination, thermal inactivation, irradiation, microbial degrada-
tion, and treatment with variety of chemicals (Piva and Galvano, 1999).
Many of these techniques are impractical, ineffective, and/or potentially unsafe
(Sinovec etal, 2000). A new approach to mycotoxin control is the use of
selective chemisorbents which added to feed is capable of forming irreversible
complexes with mycotoxin molecules in the intestinal lumen. Such complexes
are not digestible, pass down the digestive tract and are excreted in the feces.
The net effect is to reduce the dose of adsorbed toxin to the point that it is
below the biological threshold. This allows contaminated feed to be fed with
minimal losses in performance.

Previous investigations have shown quite satisfactory effects in binding
F-2 toxin by zeolite, especially after organic modification, i.e. after the change
of superficial charge and hydrophobia when better adsorption (over 90%) of
less polar molecules has been obtained (TomaSevié¢-Canovié et al,
2001). Biotechnology also offers application of organic adsorbents, especially
glucans (Devegowda et al., 1998) which have been obtained from cell
wall of yeast Saccharomices cerevisiae and which possess significant capa-
bility of adsorption of a wide spectrum of mycotoxins based on bipolar mole-
cular charge.

The primary objective of this study was not only to investigate the har-
mful effects of dietary F-2 toxin on piglet’s performances, but also to assess
the feasibility of utilizing a modified clinoptilolite and esterified glucomannane
aimed at alleviating and/or preventing its harmful effects.

MATERIALS AND METHODS

Animals. Experiment was performed on a total of 32 pigs of Swedish and
Dutch Landrace cross-breed. Pigs were of both sexes with 14.40 kg average
body weight, 60 days old.

Diets. All groups of pigs were fed with a commercial feed mixture which
consisted of standard feedstuffs and contained enough nutrients to satisfy the
piglet requirements. Corn naturally contaminated with zearalenone (12.8 ppm)
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was used in the amount of 30% in experimental groups. Zearalenone free corn
was given to pigs in control group. Modified clinoptilolite (MC), as mineral
adsorbent was introduced in contaminated feed of the second experimental
group and esterified glucomannane (EGM) as organic adsorbent in contamina-
ted feed of the third experimental group.

Experimental design. A trial 31 days long was conducted on a total of 32
pigs, divided into four groups, each containing 8 pigs. Control group (K) rece-
ived feed without toxin, while experimental groups offered F2-toxin contami-
nated feed in an amount of 3.84 ppm. Pigs in the first experimental group
(O-I) were given feed with toxin only. At the same time, 0,2% MC (Minazel
Plus) and 0,1% EGM (Mycosorb) was added to the feed for the second and
the third experimental group, respectively.

Data and sample collection. The following data were monitored during
the trial: body weight (BW), weight gain (AWG), feed intake (FI) and feed
consumption ratio (FCR).

Statistical analysis. All data were statistically processed (Snedecor
and Cochran, 1971) and an appraisal was made of the significance of diffe-
rences in mean values between the groups of pigs.

RESULTS

From Table 1 it can be seen that pigs were of adequate body weight for
their breed and age at the beginning of the trial without significant differences
between groups (p 0.05). Obtained performances differed at the end of the
trial between control and experimental groups. By comparing experimental
group of pigs fed with contaminated feed (O-I) with control group (K) it could
be seen that zearalenone had harmful influence on body weight which was
decreased for 10.84% (p > 0.05).

Table 1. Body weight and weight gain* of pigs, [kg]

Group n BW initial BW final AWG

K 8 14,38+1,53 32,00+3,38 0,569+0,08 a
O-1 8 14,38+1,22 28,53+4,87 0,456+0,13

O-II 8 14,31£1,22 30,13%1,92 0,510+0,03

O-1II 8 14,00+1,22 30,00+2,83 0,516+0,03

* Value expressed as x+Sd & b p < 0.05

Although body weight is a respectable parameter, daily growth is reputed
as better indicator of feed quality. It is particularly a pointer of hygiene
propriety and animal health. Comparing experimental group (O-I) with control
group of pigs (K) considerably lower daily growth, for 19.86%, could be seen
(p < 0.05).

Application of adsorbents ensured significant recompense of lost body
weight, i.e. gain of satisfactory daily growth. Average body weight and daily
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weight gain of pigs fed with contaminated feed with addition of adsorbents
were still lower than control values, but at the same time higher than average
body weight and daily growth of pigs fed with contaminated feed without pro-
tectors. There wasn’t any difference in results due to type of adsorbent.

Presence of F-2 toxin reduced feed consumption (Table 2) for 5.89%, but
addition of adsorbents entirely eliminated harmful effects. Pigs fed with conta-
minated feed with application of adsorbents achieved larger consumption than
pigs fed with the same feed without adsorbent, but it was still lower than in
pigs in the control group. There wasn’t any significant difference in results
due to type of adsorbent.

Table 2. Feed intake and feed gain ratio, [kg]

Group
" K o1 ol O-TI
FI 8 1,020 0,960 0,978 0,088
FCR 8 1,793 2,105 1,918 1,915

Feed conversion, as interaction of growth and consumption, differed bet-
ween control and experimental groups. Experimental group fed with contami-
nated feed attained higher feed consumption ratio for 14.82%. Utilizing of ad-
sorbents significantly alleviated harmful effects of zearalenone, but not enti-
rely. Feed consumption ratio of pigs fed with contaminated feed with the addi-
tion of modified clinoptilolite was still higher than control value for 6.52%,
but it was lower than feed conversion of pigs fed with contaminated feed only.

Feed consumption ratio of pigs fed with contaminated feed with the addi-
tion of esterified glucomannane also wasn’t as efficient as control value (hig-
her for 6.37%), but it was lower than feed conversion in group of pigs which
offered contaminated feed without adsorbents.

DISCUSSION

In practice, F-2 poisoning is usually expressed in nonspecific form as
chronic primary mycotoxicosis followed by retarded growth, decrease of body
weight, lower feed consumption and consequently increases of feed consump-
tion ratio (Humphreys, 1988). Based upon the obtained results, it could be
concluded that zearalenone in amount of 3,84 ppm provokes such harmful ef-
fects and induces performances reduction.

As the ingestion of contaminated feed is the main way of mycotoxins in-
put into animal body, a nutritional approach is the logical way of struggle with
them. One of the elegant and inexpensive solutions would be a feed additive,
which would detoxify the contaminated feeds during passage through the dige-
stive tract. For this purpose, several commercially available adsorbents were
tested in vitro and in vivo. In general, adsorbents are nutritionally inert, nonre-
sorbable substances which could, due to their physical, chemical and electro-
static characteristic, reduce the bioavailability of mycotoxins by adsorption. If
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a stable adsorbent-mycotoxin complex is formed, the resorption of mycotoxins
in the gastrointestinal tract could be reduced, and thereby toxic effects for ani-
mal would be decreased.

Mycotoxin binders can be inorganic or organic polymers. Many types of
inorganic polymers were tested for binding capacity, and the degree of adsorp-
tion depends on the chemical structure of the mycotoxin in relation to the sur-
face properties and geometry of the adsorbent, as well as their polarity. Adsor-
bents, including zeolites, silicates, phylosilicates and modified phylosilicates,
in vitro conditions show the ability to bind and adsorb different mycotoxins
(Philips etal.,, 1995, Coenen and Boyens, 2001). Modified clinopti-
Iolite has a high binding capacity for different mycotoxins, including zearale-
none in in vitro conditions (Toma$evié¢-Canovié et al, 2001) which is
confirmed in in vivo trials of Avakumovi¢ et al. (2000, 2001) who con-
cluded that addition of mineral adsorbent is a very reasonable approach, as
well as in trials with other toxins (Nedeljkovié-Trailovié¢ et al.,
2001, Resanovid¢ et al., 2001).

Organic toxin binders are derived from plant or microorganism fibers. An
innovation is the concept of organic polymers derived from yeast cell wall
fractions. This material has a high surface area and enough specificity to allow
effective mycotoxin binding at a low level of dietary inclusion. Binding effi-
cacy of esterified glucomannane is confirmed in this trial, but not at the level
as noted in literature (Devegowda et al., 1998; Devegowda and
Aravind, 2002; Wust and Soriano, 2000).

Many adsorbents in in vitro conditions show the ability to bind and ad-
sorb different mycotoxins, but there are only a few references describing in vi-
vo results. Addition of modified clinoptilolite and esterified glucomannane in
zearalenone contaminated feed approved to be quite successful in alleviating
its harmful consequences. Thus, the use of adsorbents as toxin binders could
be efficient approach to reduce negative mycotoxin effects to animals to a cer-
tain extent.
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EDOUKACHOCT PA3JIMUNTUX AJCOPBEEHATA V YBJIAXKABAKBY
EDEKATA 3EAPAJIEHOHA HA TTPOU3BOAHE PE3VYJITATE ITPACAAU

Kcenuja Hemuh, Cwexxana Ilynabain, 3nazan J. CuHoBell
Pesume

HcnutuBame yTulaja 3eapajleHOHa Ha MPOM3BOJHE pe3yJsiTaTte U MOryhHOCT Ko-
putithewa MoaudukoBanor kiauHontwionuta (MC) u ecteprdUKOBaHOT TJIyKOMaHaHa
(EGM) y ybnakaBatby U/WIM TIpeBEHUpatby IITETHUX edeKkara U3BeIeHO OIJIeOM HC-
xpaHe npacanu. Ornen je Tpajao 31 maH, a u3BelneH je Ha yKymHo 32 rpja y ao0u of
60 maHa, TIOIE/BCHUX y YETUPH Tpyre ca mo 8 mpacamu. KOHTposiHa rpymna mpacamd
XparbeHa je HEKOHTAMWHMPAHOM XpaHOM, JIOK Cy €KCIIEpUMEHTAIHEe TpyIle XparbeHe
XpaHOM Koja je canmpkana 3.84 ppm 3eapajieHoHa. Y XpaHy 3a mpacan Apyre u Tpehe
ekcniepuMeHTayiHe rpyre poaat je MC u EGM y xomuuunu ox 0,2 u 0,1%.

[pacan kKoHTpoSHE rpyre ocTBapuia cy aHeBHU mpupacT on 0.569 kg y3 koH-
Bep3ujy xpaHe o 1.793 kg. IpucyctBo F-2 toxina y XpaHu YTMLQIO je HEraTUBHO Ha
npousBoaHe pesyiartate. Jogatak MC win EGM KoHTaMMHUpPaHO] XpaHU I1000JbIIAIO
je TIpoM3BOAHE pe3yaTaTe, ajdyd He OO0 HMBOA Kao y KOHTPOJHO] Ipymnu. [lobujeHn pe-
3yJATaTU yKa3yjy Aa aAcopOeHTH MOTY caMO JIOHEKJIe Ha MpeBeHUpajy LITeTHE e(heKTe
F-2 toxina.
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RISKS FROM MICROBIOLOGICAL AND CHEMICAL
CONTAMINATION OF FISH MATERIALS

ABSTRACT: Fish is today one of the most important commercial material. In our
market as in the world market they are present in fresh and manufactured products. Fish
products always have some risk. They could be contaminated with dangerous chemicals and
biological contaminants. From biological originated polutions Aflatoxin and other Myco-
toxins are very dangerous. The contamination starts in fish ponds, in canals and swamps.
Also, the contamination occurs at storage and prepararation of fish materials. It is very im-
portant to recognize hygienically correct fish material and control fish food and different
products from fish by educated inspectors (V1ahovi¢, 1999).

KEY WORDS: Contamination, Fish food, Inspectors, Storrage effect, Toxins

INTRODUCTION

The inspection program also encompasses the maintenance of databases
on contaminants in fish and fish products and the inspection of fishing. Also,
all consumers and trade complaints involving fish products are investigated to
determine the cause of the complaint and the appropriate follow-up action.

Compared to European Union and many other countries, aquaculture in
Serbia and Montenegro (SCG) is a relatively new industry. Until the 1980s,
aquatic species were produced principally to provide seeds for restocking pro-
grams and family consumption. Although trout has been raised for food since
early 1790s, only with the advent of commercial aquaculture of sardines, trout,
carp, cat fish, perch, tolstolobic, strugeon, hybrid striped bass and pike.! Ot-
hers aquaculture species grown for food are shrimp, oyster, clam, mussels and
crawfish (crayfish). To support this fast growing segment of agriculture, and

I Controlled production according to European and world standard has begun.
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maintaine its global competetivness, several institutions as universities, govern-
mental institutions for agriculture and fishing union.? These institutions are
actively engaded in research on nutrition, feeds and feeding of various com-
mercially important fish species and other species of interest in aquaculture.
The goals are to develop low-cost and environmentally-friendly feeds and mo-
re efficient feeding strategies, increase production efficiences, improve fish he-
alth, decrease production cost, improve product quality and minimize environ-
mental impact. The major research areas include nutrient requirements and the-
ir effects on stress and disease resistance, nutrient metabolism and nutritional
physiology, develoment evalution of nutritional value and nutrient bioavaila-
bility of alternative feed ingredients, effects of antinutritional factors and
feed-borne toxins (mycotoxins) on fish growth, water quality, reproduction and
fish health (Weibel, 1964).

Poisoning-algal toxins

Algae are important part of marine plankton serving as food for variety
of aquatic animals. Algae are important factor of regeneration of water and
treatment of water in fish pond. Algae may present variable morphology. Spe-
cies can be unicellular as well as multicellular, some algae grow up to 20—30
meters of length. Algae serve as food for aquatic animals, they may be used as
ingredients such as the production of agar agar, used in food, in drugs, as ba-
sis for bacteriological media and in many other ways. Chlorophyll is often hid-
den by yellow, brown, blue and red pigments. This gave the origin to a classi-
fication of algae in Xantophyceae or Rodophyceae. Algae produce starch, man-
nite, leucosin and oil. Classification of algaes is often not up date, but some
are didactical and will still be used even when there is a new classification
proposed, so this is why the present classification proposed by Strasburger is
used here. The plant kingdom is divided in 7 great divisions:

. Bacterriophyta containing bacteria,

. Cyanophyta containing the blue-green alga,
. Phcophyta containing all other alga,

. Mycophyta containing mushrooms,

. Byrophyta containing mosses,

. Pteridophyta containing ferns,

. Spermatophyta containing plants with seeds.

NN R W N =

Algae which produce toxins are settled in division 2. Cyanophyta and di-
vision 3. Phycophyta, Flagellatae.

Division 2: Chrooccocales, generaly unicellular, forming jelly on rocks,
Hormogonales (filaments)

Division 3: Chrysomonodale, Heterochloridales, Cryptomnodales, Dino-
flagellatae, Euglenales, Protochloridale, and Volvocales.

2 Start taking part in programmes and projects to solve the problems.
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The Flagellatae have subdivision: Chlorophytina includes the green algae
(Chlorphyceae), wich live mainly in fresh water as plankton and form the
green coating on rocks and the bark of trees. Other Flagellatae are: Pyrho-
phytina, Euglenophytina, Rhaeophytina, Rhodophytina and Cyanophyta.

Algal toxins

Beside useful algae, there are many single cell algae which produce
toxins. These species develop rapidly under favourable conditions forming al-
gae carpets in seawater killing fish. Marine animals such as oysters, crustaceae
and different types of fish may eat toxic algae storing toxins. According to the
species of algae, the symptoms of poisoning are (Weldee, 1931):

. Damage of the nervous system, (Paralytical Shellfish Poisoning).
. Loss of memory (Amnesic Shelfish Poisoning)

. Neurotoxic phenomena (Neurotoxic Shellfish Poisoning)

. Sodium chanel blocking in nervous cells (Tetrodotoxin).

LN —

In summer the temperature of fish ponds, rivers, branches of river, lakes,
chanels, swamps and seawater rises causing high growt of algae.

Damage of the nervous system: They are caused by toxins produced by
Dinoflagelata such as Alexandrium spp. The Paralytical Shellfish Poisoning
toxins are water soluble.

Damage of the digestive tract: Toxins of Diarrhetic Shellfish Poisoning
are ocadic acid and the Dinophysis toxin which are liposoluble causing strong
diarrhea.

Loss of memory: A poisoning with Amnesic Shellfish Poisoning which is
caused by the dominoinic acid (DA) of the alga Nitzscia pungens. This algae
is found also in Europe. The maximum tolerable amount of dominoinic acid in
Germany is 20 mgDA/Kg in mollusc meat.

Neurotoxic phenomenans: The neurotix Shellfish Poisoning toxins are
produced by Gymnodinium breve, also denominated as Ptychodiscus brevis.
Amnesic Sellfish Poisoning toxins may be classified in to types: Brevetoxin A
and Brevetoxin B.

Sodium channel blocking in nervous cells: Tetradotoxin is also called Fu-
gu-toxin. It may be produced by some fish of the family of Tetradontidae (Ta-
kifugu sp.). The Tetradotoxin blocks the sodium channel of nervous cells ac-
ting neurotoxic. This toxin has no absorbtion of ultra violet light and is not
fluorescent.

Saxitoxin: is an algal toxin of the Paralytical Shellfish Poisoning type, be-
ing water soluble.

Bacterial poisoning
Bacteria can settle on food. Due to industralisation and globalisation they

can be widespread turning: endemic, epidemic and pandemic. The bacteria pre-
sent in food can:
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1. Spoil the food causing off-taste and off-smell.

2. Produce toxins under favourable conditions of growth, causing acute
poisoning or subacute but very harmful alterations such as cancer.

3. Be infectious causing diarrhea and other serious diseases.

4. Be opportunists.

Microorganism which spoil food

Moulds, yeasts, Escherichia coli and Proteus can produce toxins when
present in food and having sufficient time during storage under appropriate
temperatures. In this case, the microorganisms do not necessarily need to be
alive when reaching the final consumer. Clostridium botulinum produces exo-
toxins from type A, B, C, D, E and F. They are the strongest toxins which are
known and act as neurotoxins. They inhibit the excretion of acetylcholine avo-
iding thus the transmission of signals from the nerve to the muscle causing
paralysis comparable to the effect of curare. The endotoxins which are thermo
unstable are formed in canned food with a pH higher than 4.5 and about 6
months of storage. This toxin is destroyed when food is cooked before ser-
ving. Esherichia coli produces an entrotoxin under bad hygienic conditions.
Salmonella entertides produces a heat unstable exotoxin mainly in ground in
eggs in poultry in milk powder, in chocolate, in fish meat and fish salads. Shi-
gella dysenteriae and Shigella sonnei produce endotoxin or heat unstable
exotoxins. Shigella dysenteriae, Shigella sonnei and Staphylococcus aureus,
produce thermostable toxins. The toxins produced by Staphylococcus aureus,
can be classified serologically as toxins A, B, C1, C2, D, E and F.

All microorganisms cited as the producers of toxins are able to cause in-
fections. The microorganisms must be alive and in sufficient number to cause
an infeciton.

Mycotoxins

Mycotoxins are poisonous metabolites of certain moulds which can cause
pathological changes in humans and animals. The most important species
which produce mycotoxins are Aspergillus, Penicillium and Fusarium. Intoxi-
cation takes place through ingestion of contaminated food more seldom by in-
halation or skin resorption. Mycotoxins, unlike the bacterial or algal toxins,
generally do not produce acute intoxication but they are known as strong can-
cerogenic, teratogenic with chronic activity. Direct contamination with myco-
toxins can take place when moulds grow on food. Indirect contamination can
take place when mycotoxins which contaminated feed are ingesteded by cattle
and pork. Milk, eggs and fish meat are examples of indirect contamination of
food caused by spoiled feed containing Aflatoxins, Ochratoxin A and some of
the Fusaria toxins. The direct contamination caused by moulds growing on
food is of great importance on cereals, oil seeds, coffee, fruits, vegetables, spi-
ces, some types of cheese, like roquefort cheese, and fish meat products with
wheat flour, corn germ and rice (Gasztonyi, 1979).
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Aflatoxins

Aflatoxins are mycotoxins which are exclusively produced by the mould
Aspergillus flavus and Aspergillus parasiticus (Radmilovi¢, 2002). Impor-
tante are Aflatoxins B1, G1 and Gl. Aflatoxin B1 is the strongest cancerogenic
compound known. It causes liver cancer. In food, Aflatoxin M1 is sometimes
present and is almost as poisonous as Aflatoxin B1. In fish feed in fish pond,
the most frequent Aflatoxin is B1 being often found together with B2, G1, G2
(Fishbein, 1972).

Fusaria toxins

Fusaria toxins is a generic term for the so-called fade-toxin produced by
Fusaria moulds which produce wrinkling of plant parts (Bamburg, 1968).

Ochratoxin A

Ochratoxin A is a mycotoxin produced by moulds of genus Penicillium
and Aspergillus. It is a water soluble cumarin derivate, cereal, coffee, spices
and other fish food (in fish pond). The growth of moulds and production of
Ochratoxin A is speeded by high temperatures and high moisture during: har-
vest, handling, drying, storage and transport. Ochratoxin A is carcinogenic and
genotoxic in mice and rats. Heating during cooking and backing does not inac-
tivate Ochratoxin (S c ot, 1965). Stored cereals can be decontaminated with an
atmosphere of 2% NH, at 20 degrees during 4 to 6 months.

Poison of heated foods

Heterocyclic aromatic amines are caused by heating protein rich foods as
fish meat. They are carcinogenic. Polycyclic aromatic carbon and polycyclic
aromatic hydrocarbon are formed when fat drips from grill fish meat and are
brought back with smoke (smoked salmon, herring and tuna) and flames con-
taminating the foods. They are carcinogenic.

CHEMICAL AND BIOLOGICAL ANALYSIS OF TOXINS

For the analysis of different paralytic toxins it is recommended the ionic-
pair chromatography with RP-C18 columm. High Pressure Liquid Chroma-
tography (HPLC) is used as analytical method of Amnesic Shellfish Poising an
RP-C18 column without derivatisation. Dominoinic acid down to 1,0 mg/kg
in mollusc meat can be detected with derivisation before the column with
fluorenilmetoxicarbonilchlorid. The leading world standardized methods for
Neurotic Shellfich Poisoning analysis are HPLC-MC and immunoassays.
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Saxitoxin is extracted from acid solution and after extraction purifed with
periodic acid in alkaline medium. Saxitoxin is then read fluorometricaly aga-
inst a standard curve. Standard solution: Saxitoxin dissolved in acetic acid 0.1
cm’/dm?. Further dilution are made with sulphuric acid in a way that 2 cm? of
the dilution are added to 2 cm?® NH,OH and 0.1 cm?® 0.1 mol/dm?® periodic
acid. Reading made at 388 nm.

Sample with Saxitoxin purifed in column of 1.0 cm diameter, is charged
with approximately 5 g resin which gives a lenght of 5 cm, is then washed
with 100 cm?® buffer of potassium acetate at a pH 5,2, followed with 50 cm?
distillated water. Saxitoxin is then eluated with sulfuric acid 0.5 mol/dm? until
20 cm? are obtained in a volumetric flask. The velocity of elution should not
exceed 3 cm’¥/min. After 15 minutes 0.2 cm? of glacial acetic acid are added to
the sollution and read aginst a blank containing the same components as befo-
re having periodic acid changed with water. With the same methods the
mycotoxins are analysed.

The known fresh water fish species

In Novi Sad areas including National park Fruska Gora in fishing there
occur the following fish species:

— Omnivora fishes: Barbel (Barbus barbus), ide, orfe (Leucescus idus),
Vimba vimba, clamp (Chondrostoma nasus), Fresh water carp (Pelecus cultra-
tus), robin (Scardinius erytrophtalmus), Rutilus rutilus, Carassius auratus, carp
(Carasius carassius), tench (Tinca tinca), gudgeon (Gobio gobio), loach (Mis-
gurnus fossilis), Cabitis tornea, Cyprinus carpio, carp (Cyprinus carpio), stur-
geon (Acipenser ruthenus), bream (Abramis brama), Blicca bjoerka, Abramis
sapa, Abramis ballerus, bleak (Alburnus alburnus), Rhodeus sericeus amarus,
Pseudorasbora parva.

— Herbivora fishes: Stenopharingodon idella, Hypophtamichtis molitex,
Aristichtis nobilis.

— Predators: Eel (Anguila anguilla), perch (Stizostedion lucioperca), Sti-
zostedion volgensis, pike (Esex lucius), catfish (Silurus glanis), burbot (Lota
lota), Ictalurus nebulosus, Aspius aspius, klena (Leuciscus cephalus), Zingel
zingel, Micropterus salmoides, perch (Perca flaviatilis, Lepomis gibbosus).

DISCUSSION

This paper is for the purpose of the education of sanitary inspectors and
in schools. There was included in the questionaries 337 pupils of “Prva vojvo-
danska brigada” elementary school in Novi Sad, 13—14 years of age. The
questionaire deals with indirect poisoning with toxins in fish food. In summer,
when in fish ponds the oxigen level is decreased, the bacterias liberate toxins
are in dangerous quantity. Also the green algae develop toxins. The most dan-
gerous is the poisoning with unadequate stored fish food. It has also to be no-
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ted that the poising with fish has storage effect. The mentioned problems are
included in five quetions. The questions given below had interesting answers.

1. When do you consume fish food? Unswer: never (15), rare (41), 1—2
times mounthly (119), one or two times weakly (141) and very often (21).

2. Where is fish purhased for your hause? Answer: In the restaurant (8),
in fish market (124), in the shops (108), at private sellers (57), fishing by one-
self (37) and not interested (3).

3. Which kind of fish do you purchase? Answer: Frish (89), frozen (130),
various state (104), do not purchase (7) and not informed about (7).

4. How the consumed fish food is prepared? Answer: cooked (36) baked
(101), on oil roasted (90), breaded (92), not preparared (7), smoked fish (4)
and from can (7),

5. What do they do with fish food which remain after consuming?
Answer: they eat it later cold (125), throw away (88), heat it again (76) and no
rest (48).

— From the first question it is seen that many of then eat fish.

— The second question shows that 28% of fish food come from risky
origins and sellers.

— The third question gave answer that people purchase mostly frozen
fish which include many uncertaintles including technology and refrozen pro-
cesses.

— From the answers to the fourth question it is seen that 55% of the
prepared fish food was done in risky way.

— The fifth answer shows that 37% eat the rest fish food cold, which is
a great risk like again heated food which is 23%.
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HOce y cebM OImacHOCT, TIpe CBera of TpoBama. Came pube ce 4ecTo KOHTaMMHUPAjy
XeMUjCKMM ¥ OWOJOIIKMM 3araljuBauMma Boma W pubibe xpaHe. KoHTaMmuHaluja je
Haju3pakeHuja y puOmalmMa, KaHaauMma 1 y 6apama, Kao IITo je y okoauHu Hosor
Capa IletpoBapaaguHcKko-KoBUIbCKM puT. OmpeleHe BpcTe anre Wi ykBapeHa, Oyhasa
XpaHa 3a pube cy HajBeha omacHOCT 3a KOHTaMMHAUMjy. Y HHUXUBUM OpPTraHU3MHMa
TOKCHUHU M JIpyre OoIlacHe MaTepuje ce MOCTEIeHO TOMUIAjy U KyMYJIaTUBHUM e(DEKTOM
IOJATHO YrpoKaBajy IToTpolada pubsber Marepujana. I'pabpuBuile 1 pube cBaIITOje-
M jOIIl BUILE KyMYJIUpajy y cebe TOKCHMHE M JApyre TOKCUYHe cymcraHie. Hauune
crpeMara M CKJIAIUIITeHa jena oa puba MCTO Tako Tpeba yOpajaTv y TOTEHIMjaTHy
oIacHocT on 3arahuBama oa TokcuHa. HapouyuTo ce To ogHOCH Ha IOXOBaHE puoe,
3aTUM ca OpalllHOM ¥ MUPUHYEM TpUIIpeMJbeHe pubibe crenujaauteTe. BaxkHo je, 3a-
TO, MPBEHCTBEHO €IYKOBAaTH TPXKMIIIHE MHCIEKTOpPe Kako O OHM Ipey3esu MoTpedHe
MPEBEHTUBHE Mepe.

188



36opHuk Matuile cpricke 3a npupoiaHe Hayke / Proc. Nat. Sci, Matica Srpska Novi Sad,
Ne 108, 189—195, 2005

UDC 633.11:632.4

Ferenc F. Bagi, Vera B. StojSin,
Ferenc F. Balaz

Faculty of Agriculture, Department of plant and environmental protection,
21.000 Novi Sad, Trg Dositeja Obradovi¢a 8, Serbia and Montenegro

CEREAL SEED MYCPOPULATIONS IN SERBIA

ABSTRACT: Mycopopulation of cereals-durum wheat (cultivars Zitka and Durum-
ko), triticale (cultivars Goranac and NS tritikale), winter barley (cultivars NS 131, ZA 37
and Jagodinac) and oat (cultivars Slavuj and Rajac) had been studied during three years
(harvest 2002, 2003 and 2004) from numerous Serbian localities. In all three investigated
years and four cereal species the predominant fungal genus were Alternaria and Fusarium.
On seeds there were determinated representatives of genus Penicillium, Mucor, Bipolaris,
Aspergillus, Stemphylium and Epicoccum, too. The established fungi can significantly affect
quality of seeds and flour products.

KEY WORDS: Alternaria, cereal seeds, Fusarium, mycopopulations, Serbia

INTRODUCTION

During past several years in Serbia a significant wheat seed and seed pro-
ducts quality decline was found. It is assumed that this occurrence was caused
by mycopopulation that colonizes cereals in the field, as well as during stora-
ge. Cereal seeds are suitable substrate for development of great number of
phytopathogenic and saprophytic fungi. The most frequently isolated fungi on
cereal seeds belong to the genus Fusarium, Alternaria, Mucor, Bipolaris, Epi-
coccum, Cladosporium, Penicillium, Stemphylium and etc. (Y limaki, 1970;
Clear and Patrick, 1993; Sari¢ et al, 1997, Korona et al., 1995;
Csosz, 2002).

As a result of phytopathogenic and saprophytic fungi colonisation the
number and weight of seeds are lowered, and the germination precentage is
declined (Szunics et al, 1987, Milus and Parsons, 1994). Beside
quantitative losses very important are losses in quality parameters (Saric¢ et
al., 1997). In infected seed fungus dezorganisates cell walls, starch granulates
and proteins. Infected seeds have higher ash, and lower protein percentage.
Flour quality is significantly reduced (Berova and Mladenova, 1974;
Snijders, 1990; Boyacioglu and Hettiarachy, 1995; Dexter
et al., 1996, 1997). Numerous Fusarium species are considered toxigenic, be-
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cause of producing many thermostabil toxins, that are dangerous for human
and animal health (Snijders, 1990; Langseth et al.,, 1997, Bagi et
al., 2000). It is known, that among frequently isolated fungi from wheat seeds
toxin producing there are also species which belong to genus Aspergillus, Pe-
nicillium, Alternaria, Mucor, Rhizopus, Streptomyces (Bocarov-Stancié,
1996; Sarié et al., 1997).

MATERIALS AND METHODS

In vegetation seasons 2001/2002, 2002/2003 and 2003/2004 (Tables 1, 2,
3, 4) cereal seed samples were collected after harvests from macro trials per-
formed in various Serbian localities. In macro trials the standard cultural prac-
tice was applied.

Tab. 1. Localities and years of durum wheat grain samples

Localit £ g s s 5 o ¢ % .
ocality g = s 2 3 3 S 5 8
Cultivar g ’§ g fé g 2 = E % % 3 _‘E B
N £ 3 me & A v > 4 £ 3 N
Zitka %88% 2004 2003 2002 560, 5004 2004 2092 5004 2004 2003 2002
oo 2004 2004 2003 2004 2003
2002 2002 2002
Durumko %88% %882 2003 2004 2003 2004 2004 2003 %88%
2004 2004 2004
Tab. 2. Localities and years of triticale grain samples
= Q 8
- a3 <
Locality g S <S8 g < g z § ]
Cultivar g ’§ £ é g £ E .E % % 8N E oA
N £ 3 8BS & a v > 4 £ 3 N
2002 2002
Goranac 2002 2003 %882 %88% 2004 2004 2003 2004 2003 %88%
2004 2004
2002 2002
Neikae 2002 2003 S008 2002 2003 2003 3002
2004 2004
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Tab. 3. Localities and years of barley grain samples

Locality g g 3 5 g o g § = g
> < = o e} z =
Cultivar '% >§ g g ) E £ £ g % E § ?:i -080
S €& & a2 8 & 2 > S & 4 8 =
2002 2002
2003 2003 2002 2003 2002
NS-313 2002 5004 2004 %882 2004 2004 2004 5005 5504 2004 3882 2003 2003
2002 2002
Jagodinac 2002 2003 2004 2002 2003 2002 2003
2004 2003
2002 2002 2002
ZA-37 2002 2003 2003 5003 5003 2003 2002 5003 2003
Tab. 4. Localities and years of oat grain samples
Locality Backa Topola Subotica Kikinda
Cultivar
Slavuj 2002, 2003, 2004 2003, 2004 2002
Rajac 2002, 2003, 2004 2003 2002, 2004

For cereal seed mycoflora determination a method on moistured filter pa-
per was applied (Pitt and Hocking, 1985).

Evaluation of germination and infection rate was accomplished by bino-
culare, while the fungi determination according to cultural and morphological
characteristics using Barnett’s (1969) manual. Determination of species
from genus Fusarium were carried out according to Burgess et al. (1988).
Statistical analysis of collected data were made by Duncan’s multiply interval
tests (Duncan, 1955).

RESULTS

Results of seed germination and infection percentage, and rate of obser-
ved fungi genuses on cereal seeds in different localities and years are presen-
ted in Tables 5, 6, 7 1 8.

Tab. 5. Percentage of germinated and diseased durum wheat grain 2002—2004

D 0 S 3 z S
Year § S 2 § s S ? .§ §
=N 2] N I < IS ~ S}
EE 8o 2 B 3 N 2
% ST < < < = = S
2002 84,7 36,2 7,4 25,1 3,2 0,4 — —
2003 78,7 41,8 10,8 28,8 0,3 0,3 0,5 0,1
2004 78,1 24,16 10,7 12,3 0,2 0,8 0,05 0,11
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In 2002—2004 performed studies on durum wheat mycopopulations sug-
gest that in each year of the studies the dominant species on cereal seed belon-
ged to genus Alfernaria, particularly in 2002 and 2003 (Table 5). Fusarium in-
fection level was between 7,4—10,8%, while species from genus Penicillium,
Mucor, Bipolaris and Epicoccum were represented in much lower intensity.
On the same level of infection were found mentioned fungi on trtiticale seeds
(Tab. 6). In case of triticale, fungi from genus Alternaria and Fusarium were
predominant, too.

Tab. 6. Percentage of germinated and diseased triticale grain 2002—2004

£ . A, g &

- g & g : & Z .

_ o0 S S s =

Year g8 =] § g = o 2 3 =

A U R T R DT

53 2 g 3 S S s 2 s

25 BL £ < & = R & <

2002 91,6 40,2 82 29,3 1,4 0,1 0,5 0,2 0,5
2003 85,5 41,4 6,2 34,0 1,2 — — —

2004 89,5 24,0 8,1 15,5 0,3 — — 0,1 —

Tab. 7. Percentage of germinated and diseased barley grain 2002—2004
. =3

. i 5 & 2 s 7

_ b 3 ; z g 3

Year 1S < g S = & -2 8 =

g g £ N = 5 3 g =

E£ 8~ S S 2 g g S g

8 £ 2B = = S S = ], S

ey B = < A = Q Q 3

2002 80,1 335 38 28,8 0,1 — 0,5 — 0,1
2003 71,4 61,5 4,7 55,4 0,1 0,05 1,0 0,2
2004 36,5 39,2 3,7 34,8 0,5 — 0,1 0,1

Analysing results of barley seed mycopopulation it is noticeble the very
high Alternaria infection, which in 2003 reached 55,4% (Tab. 7). Fusarium in-
fection level of barley seed was lower in comparison with the wheat infection
level, while other fungi were determined on the same level as in cases of
wheat samples.

Tab. 8. Percentage of germinated and diseased oat grain 2002—2004

= . : & =y
= & & ; a @ £
B~ 0 3 ; 2 g =
Year 5§ 3 s 5 £ 7k S 2
= 7] 2 = S
Es E. % 3 = S E S g
o g 2R = = S S i 2, S
&h &b (SN R < A = Q ~ A
2002 22,5 83,2 10,5 72,2 0,2 — — — 0,2
2003 69,2 29,6 4.5 232 — 1,0 — 0,7
2004 43,0 32,7 8,5 23,2 1,0 — — —
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During 2003 and 2004, the percentage of oat seeds infection level was
the same as in wheat, barley and triticale, but in 2002 very high Alternaria in-
fection level (72.2%) and seed germination level (22.5%) have been determi-
ned.

DISCUSSION

The results of three years investigation of cereal seed mycopopulations
show dominatig role of species from genus Alternaria. This conclusion is in
agreement with the data from Hungary (Csosz, 2002), according to which
species from genus Alternaria can be found in very high percentage on cereal
seeds. In 2000 Csosz (2002) found Alternaria infection rate of 70—100%,
while in 2001 the infection level was 47—92%. On the basis of two year re-
sults this author concludes that there is no correlation between visual symp-
toms on seeds and infection intensity determined in moistured filter paper in
laboratory conditions. For this reason, the laboratory analysis of mycoflora
seed is necessary. It is well known that Alternaria species produce secondary
metabolites, which are harmful to human and animal health (Giryn and
Szteke, 1995; Andersen and Thrane, 1996; Sinha and Bhat-
nagar, 1998). High level of cereal seed Alternaria infection suggests that
there exists a need for detailed studies of toxigenity of some Alternaria speci-
es, as well as ecological conditions that are necessary for mycotoxin produc-
tion.

Species from genus Fusarium are also known as mycotoxin producers
(Wilcoxson etal, 1988; Chelkowski, 1994). Along with species F.
culmorum and F. graminearum, which cause wheat scab, on cereal seed speci-
es F. equiseti, F. proliferatum, F. moniliforme, F. subglutinans, F. anthophi-
lum were determinated (Balaz et al., 2003). Phytopathogenic fungi from ge-
nus Bipolaris and Stemphylium were found in low intensity. Representatives of
genus Penicillium, Mucor and Aspergillus do not cause visual symptoms on
cereal seeds, but are considered to be saprophytic species which colonise sup-
strate rich in carbohydrates and produce harmful mycotoxins.

Using statistical analysis of fungal infection level according to studied lo-
calities and by comparison of investigated cultivars susceptibility, we did not
find any statistical connections (Balaz et al., 2003, Bagi et al., 2004). So-
me statistically significant differences between localities and cultivars were fo-
und, but those differences are rather the results of microclimates and climatic
specificity of year, than of characteristic of locality or cultivar.

The possible measures to good quality food obtaining are predominantly
preventive ones. Beside growing resistant cultivars, some agrotechnic measures
(like crop rotation, soil cultivation, fertilization, irrigation) can significantly
preserve plant vitality, and prevent seed colonisation.

Beside mentioned preventive measures, during seed formation and ripe-
ning studies of influence of chemical treatment by fungicide to seed mycopo-
pulation should be useful. Chemical measures against cereal diseases because
of economic reason are hardly used in Serbia, although they it can quantita-
tively and qualitatively increase the growing results.
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MUKOITOIIYJIAIMIJA CEMEHA CTPHUX KUTA Y CPBUIN

®epenn ®@. baru, Bepa b. CrojinH, ®epenn; C. Bamax
IomonpuBpenuu dakynrer, JenapTMaH 3a 3aIlUTUTy OM/ba U JKUBOTHE CpeAvHE,
21000 Hosm Can, Tpr Hocuteja O6pamoBuha 8

Pesnme

Mukornonynanpja ceMeHa CTPHUX XKWATa — nOypyM mineHune (copre KuTtka m
Hypymko), Tputukanea (copre Iopanau u HC tputmkazne), o3umor jeuma (copte NS
131, 3A 37, Jaronunair) u oBca (copre CnaByj u Pajai) ncnutrBaHa je TOKOM TpH TO-
nuHe (cxketBa 2002, 2003 u 2004) ca Beher 6poja nokanutera Cpouje. Y cBe Tpu roau-
HE UCIUTUBaMa Ha YETUPU MCIIUTUBAHE BPCTE HAj3aCTYIJbEHM]E IJbUBE Cy OuJie BpCTe
u3 ponona Alternaria n Fusarium. Ha cemeHy cy KOHCTaTOBaHe M IJbUBE M3 POIOBA
Penicillium, Mucor, Bipolaris, Aspergillus, Stemphylium n Epicoccum. YTBpheHe TbU-
Be Ha CeMeHy CTPHMX JKMTa MOTY 3HayajHO YTMIIATM Ha KBAJWUTET 3pHA M MPOM3BOAA
oJ, OpallrHa.
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MYCOTOXINS AND THEIR IMPACT ON
POULTRY PRODUCTION

ABSTRACT: Only two years afer the great expansion of “AGROZIV” company, it
was evident that mycotoxins have great impact on all segments of poultry production. Du-
ring that year we were for the first time faced up with problems in poultry fattening. It was
not possible to explain the present problems only by bacterial and viral infections, so we as-
sumed that there is another reason for the observed clinical picture. From that time we star-
ted to pay more attention on contamination of poultry feed with mycotoxins. In the four
years’ period, from 1988 to 2002, 57 samples were analyzed for the presence of myco-
toxins. Mycotoxicological investigations revealed the presence of T-2 toxin in 19 samples at
concentrations less than 0.3 mg/kg, in 18 samples at concentration of 0.5 mg/kg, and in 3
samples 1.0 mg/kg. Beside this, type A trichotecene DAS was found in 6 of tested samples,
and ochratoxin A and in 1 sample. Clinical picture and damages varied depending on
mycotoxins’ concentrations and poutry age.

To exceede this problem in animal production we tried to use the organic and anorga-
nic mycotoxin adsorbents as aditives of poultry feed, but the results were not satisfactory
enough. So, we resumed that if we really want to resolve problem of mycotoxins we have
to start from the field production of poultry feed components.

KEY WORDS: DAS, ochratoxin-A, poultry fodder, T-2 toxin

INTRODUCTION

Integral fodder mixtures used for poultry nutrition have high percentage
of vegetable originated components which can be contaminated by myco-
toxins, the influence of which can be more or less detrimental to animal or hu-
man organism. By this time, more than 1,100 different fungi species are
known, of which more than 220 have the ability to generate over 330 different
mycotoxins. Mycotoxins are respectively simple, low molecular, thermostable,
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aliphatic and cyclical compounds with several carbon atoms. Depending on
their chemical structure, mycotoxins taken into an organism may cause syste-
matic effects and result in degeneration of certain organs or organic systems.
Most of the mycotoxins have immunosuppressive effects due to their toxic in-
fluence over immune system, on one hand, and decreased and disordered pro-
tein synthesis on the other. Mycotoxins having been ingested enter the intesti-
ne and are discharged via faeces, often chemically modified. Mycotoxins ab-
sorption proceeds in small intestine. Certain part of absorbed mycotoxins reen-
ters intestine along with bile, and only the remaining, usually smaller amount,
enters systematic circulation, reaches predilectional organs and is consequently
discharged via egg or urine after partial metabolism (G e d e k, Brigite, 1980;
Leibetseder, J., 1981). Problem of mycotoxins has been actualized for the
last twenty years due to factors created as a consequents of farming policy
changes (Halama, A. K., 1982), due to food production technology changes,
intensified poultry production, high productive hybrid usage, both in agricultu-
ral and poultry production (Brauer, J., 1982). In further exposition factors
that actualized mycotoxins’ problems, especially in poultry production, will be
outlined.

Crop production. Not obeying the basic agrotechnical standards (crop ro-
tation, inadequate mechanical land cultivation, introduction of heavy equip-
ment in the process of land cultivation). Insisting on those cereal sorts that ha-
ve high yield, and sensitive grain highly perishable while still in the ground
(especially perishable are its embryonic parts-germs), leads to frequent appea-
rance of the grains with undamaged endosperm, but with severely rotten germ.
The damage of the shell and cereals’ grains by means of mechanical devices is
highly present with those sorts with sensitive grain. Mechanical damage can
occur mainly when harvesters or pickers are used, particularly if the rollers are
not properly set. The same mechanical damage is caused by cereals’ elevation
during the process of artificial drying. A grain can be damaged by insects, as
well as with the work of unfavorable environmental factors. Usage of nitrogen
fertilizers in large amounts, influences Fusarium to generate toxins (W olf,
Hanna, 1987).

Crops storage. Mechanical damage of grains can occur during the act of
grain unloading into the elevators, particularly during the elevation into the up-
per strata of grain elevator. If the grain elevators are not constructed properly
and if the food within is mouldy, big, heavy clots, sometimes heavier than
100kg, are created. At the same time, rise in temperature of the mixture can
occur, due to the process of fermentation, pertinent to the mould growth and
toxin creation. This moment is of vital importance, because when the fungi ap-
pear in normal conditions (meaning ordinary number per cm?) they use pri-
mary metabolism. It has been proved that metabolites created during the
primary metabolism of some fungi species even lower the toxic rate of certain
mycotoxins. The cause of such situation is still unknown. When a fungi popu-
lation reaches the certain magnitude per cm?, that is when it has become thick
enough, secondary metabolism is activated and mycotoxins synthesis begins
(Kralj, M. et al., 1988). It appears that moulds fight for nutritive substratum
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in such way; in other words, it seems as if mycotoxin production were one of
the biological struggle for survival.

Fodder production. Construction of fodder factories with large produc-
tion capacities and stock space of their own, contributed to the process of
poultry production intensification. However, the risk increased that, entering
the process of contaminated raw material production, the problem caused by
consumption of food with high mycotoxin concentration, may appear in larger
amount and in greater area.

Fodder transportation. Constantly being on the move and being emptied
daily, tank trucks used for food transportation do not represent such a frequent
way of food contamination with mould, that is with mycotoxins. Nevertheless,
it may happen, if a food cargo transported is mouldy and some of it remains
in the tank or in discharge hose, that it will consequently contaminate healthy
food. That is why it is obligatory to inspect through the cell openings, after
each discharge, if there is some food leftovers stuck to the cell walls. It is un-
derstandable that hoses must explicitly be cleaned for any food remains. I,
personally, find it necessary to disinfect tanks once a month by some of the
chlorine preparations.

OCHRATOXICOSES

Ochratoxin-A is a derivate of dihydroisocumarine. Besides ochratoxin-A
ochratoxines B and C are isolated. These mycotoxins were discovered in 1965
in South Africa as a result of toxicological research of a larger number of
Asperagillus ochraceus. Later researches proved that Penicillium verrucosum
is also a significant producer of ochratoxin and that it can be produced by so-
me other Aspergillus and Penicillium genus. Aspergillus species produce ochra-
toxin only if humidity and temperature are high enough, while certain Penicil-
lium species can produce it even at lower temperatures (even at +5°C) (Gra-
vits, R, Salyi, G., 1988).

Consumption of ochratoxin-A rich food can cause severe dehydration
with chicken, decreased growth, anorexia, deficient conversion, diarrhea, par-
chedness, while with laying hen further symptoms appear: lower egg produc-
tion, larger number of stained eggs with thin, rubber shell and decrease in
laying eggs. Higher percentage of dying embryo has been noted. The section
shows hemorrhage in the glandular area of the stomach, severe renal uricosis
with white urate deposits all over the body cavity and inner organs (visceral
uricosis). Ochratoxin-A has cancerous, genotoxic, immunosuppressive and im-
munotoxic features and affects protein synthesis, and it can cause blood ves-
sels damage along with exudative diathesis. It has been proved that it adver-
sely affects the amount of passively acquired SN antibodies for IB virus
(El-Karim, S. A. et al., 1991). Ochratoxin-A can diminish amount of gam-
ma globulin even to 38%, as a result of immune system damages, which
explicates higher frequency of aerosacculitis and lower response to vaccination
(Mazija, H. et al., 1991). Ochratoxin causes decreased bone mineralization.
Value of ochratoxin-A in human medicine is significantly less studied, though
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there is a widely accepted hypothesis about the role of this mycotoxin for
etiology of Balkan endemic nephropathy with people from Serbia, Romania
and Bulgaria, as well as the chronic intestinal nephropathy with people from
Tunisia (Kralj, M. et al., 1988). It is vital to mention that another mycotoxin
belongs to the group of nephrotoxins and is called citrinin, which is often fo-
und in contaminated food along with ochratoxin-A.

TRICHOTECENOTOXICOSES

Trichotecenes are products of secondary metabolism of fungi from Fusa-
rium, Trichotecium, Cephalosporium, Myrothecium and Stachybotrys genus.
More than 150 mycotoxins, belonging to this group, are known today. Fusari-
um species belong to the group of so called ’soil moulds’ the reason being that
they find the arable land very propitious for their survival and growth (Gra-
vits, R, Salyi, G., 1998).

With trichotecenic mycotoxicoses further symptoms can be observed: the
loss of weight, vomiting, tachycardia, hemorrhage, edemas, skin necrosis,
especially around the mouth and in it, necrosis of the tip of the tongue, hemo-
rrthages in epithelium of the stomach lining, in small intestine, infarct in
parenchymal organs, damages of hematopoietic organs, hemorrhage within me-
ninges and, consequently, neuro disorders Muller, Th. et al., 1987).

Trichotecenes inhibit DNA and protein synthesis and because of that have
a strong immunosuppressive effect. Besides, they can cause cell damages
particularly of the actively dividing ones (thymus, lymph glands, testis, intesti-
ne, milt). Trichotecenes cause acute hepatic dystrophy with hemorrhages. T-2
toxin is strong irritant and causes necroses of proventriculus’ mucosa, of the
muscular part of the stomach, and of epithelium feather follicle. Smaller amo-
unts of trichotecene, result, along with the loss of weight, in feathering disor-
der and flock unhomogeneousness. DON taken clean and in large amounts af-
fects neither food consumption nor broiler growth, that is it affects neither egg
production nor their quality when laying hen are concerned. On the other
hand, according to some authors, DON produces the process of yolk retraction
to run late, which precipitates decreased vitality of chickens. Some authors ha-
ve published that DON concentration of 0,50 mg/kg effected wet extremities
(legs) with laying hens of heavy line (Gravits, R, Salyi, G., 1998).

Humans and animals can get poisoned via ingestion of contaminated
food, via skin or inhalation. When a chicken takes a larger amount of T-2
toxin, it reaches the highest concentration in liver in 2.5—3 hours, but already
in 4—5 hours it is out of the organ.

In 2000, broiler poisoning was registered in Hungary. A small flock of
broilers was in question where 78 out of 300 specimen died, i.e. 26%. Clinical
picture said the following: bristle feather, apathy, mild diarrhea, subcutaneous
edemas and heavy breathing. The section outlined muscular degeneration, nec-
roses in oral cavity and esophagus, lymph tissue (Bursae fabricii and Thymus)
atrophy, as well as heavy kidneys nephrosis. At the first stages of the disease,
the cause was unfamiliar. The food having been changed, clinical picture beca-
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me stable respectively and later fodder analyses demonstrated that the food
contained T-2 toxin with 2.5 mg/kg concentration (Bitay, Z. et al., 1981).

During the same year broilers in Scotland had the same clinical picture of
T-2 toxicosis characterized by loud piping, strong vexation, running to and
from, pecking the walls. Further on, certain number of chickens started to
form groups, while the rest of them stood individually being pecked by other
chickens, especially being pecked over their feet that had dry necroses and
relinquished a finger, respectively. Their liver was enlarged with augmented
gallbladder. Decreased feathering was noted, as well as thickening of cartilagi-
nous discs in limbs. With those chickens that grouped themselves quaver,
ataxia, uncoordinated movements, loss of getting up reflex and, consequently,
exitus were observed (Robb, J. et al., 1982). Stachybotryotoxin is a product
of the secondary metabolism of Stachybotrys alternans mould. This mould li-
ves as saprophyte on necrotic parts of plants, which are rich in cellulose. The
most important of these toxins is satratoxin-N which is five times more toxic
than T-2. Strachybotryotoxicosis is noted in almost all animals, as well as in
people (in 1944 described as alimentary aleuky) (Kralj, M. et al., 1988).
Acute course is followed by depression, ailment, loss of weight, ataxia, and
abrupt death. Chronic course is characterized by necrosis and appearance of
pseudomembranes all over oral lining and tongue, and over digestive tract,
respectively. A case of strachybotryotoxicosis has been described in Hungary,
within broilers aged 3 weeks when in a flock counting 15,000 pieces 0.6% of
them died (Gravits, R., Salyi, G., 1998). The skin of the scalp, crest and
neck, as well as of the legs was erythematic, infiltrated with serum, while sur-
face necroses with necrotic areas of variable areas respectively appeared. He-
morrhages and diphtheric layers with necroses occurred even on the lining of
the beak and muscular part of the stomach.

MATHERIALS AND WORKING METHODS

Only two years afer the great expansion of “AGROZIV” company, it was
evident that mycotoxins have the great impact on all segments of poultry pro-
duction. During that year, we were for the first time faced up with problems in
poultry fattening. It was not possible to explain the present problems only by
bacterial and viral infections, so we assumed that there is another reason for
the observed clinical picture. From that time we started to pay more attention
on contamination of poultry feed with mycotoxins. In the four years’ period,
from 1988 to 2002, 57 samples were analyzed for the presence of mycotoxins.
Mycotoxicological investigations revealed the presence of T-2 toxin in 19
samples in concentrations less than 0.3 mg/kg, in 18 samples in concentration
of 0.5 mg/kg, and in 3 samples 1.0 mg/kg. Beside this, type A trichothecene
DAS was found in 6 of tested samples, and ochratoxin A and in 1 sample. Cli-
nical picture and damages varied in dependence on mycotoxins’ concentrations
and poutry age.
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RESULTS AND DISCUSSION
T-2 toxicosis

For broiler production mycotoxins from the group of trichotecenes were
the most interesting, first of all T-2 toxin and DAS. Clinical picture and dama-
ges varied depending on mycotoxins’concentrantions and poultry age. Since
the most of the specimen sent to be analyzed referred to starter, it was evident
that one-day old chickens and starter chickens were the most sensitive.

Fourteen-day old chickens and 0.5 mg/kg T-2 toxin concentrations. Fi-
ve-day old chickens, that is six-day old chickens clinically seem normal. The
only fact that can be observed is that till the third day of their life chickens lo-
se interest in food, start to rummage through the food and pick by beak those
components of food that suit them (note: the size of food particles is appropri-
ate to technology). After this unapparent period, the first clinical signs appe-
ar-chickens form groups around hand feeders and under the heaters. Thinking
that they were cold, we tried to raise the temperature in the room for 1—2°C,
but the results were not satisfying enough. Soon after that mild diarrhea appe-
ars. About 5% of chickens suffers from neuro disorders, such as the lost of ri-
sing reflex. Morbidity is present in 20% and mortality in 1—3%. Average
body weight of the chickens during the test measurement is by, approximately,
40% lower than the technological one (90 g). With the chickens that died du-
ring the peracute period pathologic-anatomic test is very often negative. Cata-
rrh enteritis can be observed sometimes. During the subacute and chronic pe-
riod, with those chickens that have lost their rising reflex and the ability to
walk, section displays kidney changes shaped as one strong nephrosis, which
can be manifested via renal or visceral uricosis. Hemorrhages in glandular area
of stomach along with necrosis of cuticula of the muscular part of stomach can
occur as a consequence of thirst.

Fourteen-day old chicken and 1 mg/kg T-2 toxin concentrations. Two-
-day or three-day old chickens appear normal. However, already after 24 hours
lower food consumption is observed. After this unapparent period very intensi-
ve chicken grouping occurs, which cannot be explained by the low temperatu-
res in the room. Risen temperature had no effect. Consequently, profound dia-
rrthea is noted. During 24 h the spreading becomes so wet on those places
where the grouped chickens were located that damp reaches the conceit. The
chickens seem as if they were scald. Down covering neck, scalp and orbital ar-
ches thins. Around 30% of the chickens gain neuro disorders such as loss of
the rising effect. Certain specimens even lose pecking reflex. Other neuro di-
sorders like one-sided, seldom both-sided, paresis and paresis of wings and
legs appear. Morbidity is 60%, approximately, and mortality 3—6%. Average
body weight of the chickens, during the test measurement that was undertaken
for seven days, was by approximately 60% lower than the technological one
(around 70 g).

The pathologic-anatomic results are similar to those when the concentra-
tion of T-2 toxin was lower than 0.5 mg/kg; only the changes were more obvi-
ous. Subcapsular hematomas in liver, fatty liver dystrophy, dilatation of gal-
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Ibladder and hemorrhage on kidneys are evident (peracute period). During the
subacute and chronic period, kidneys demonstrate mild changes indicating
fatty dystrophy, kidneys are hypertrophic, filled with urate, and if the process
lasts longer severe renal or visceral uricosis occurs. Hemorrhages on Burse Fa-
bricii plica and milt atrophy are noted.

Fourteen till fifty-six-day old chicken and 0.25—1 mg/kg T-2 toxin con-
centrations. Clinically, with chickens seven to fourteen days old weaker food
consumption can be observed, weaker feathering, along with chicken disinte-
gration according to average egg weight, which is some 10—20% below the
technological one. The section outlines catarrh enteritis, hemorrhage at the jun-
cture of esophagus and glandular stomach area. Sporadically, erosions are tra-
ced in muscular stomach area. Liver is still fatty dystrophic and hypertrophic
with pale stripes originated as a consequence of ischemia and rib pressure over
the area. Subcapsular hematomas are observable. Gallbladder is dilated and en-
larged 2—3 times. Necroses of the tip of the tongue are present with older
poultry that consummated T-2 toxin rich food for a longer period of time. This
necroses is sometimes so strong that the tip of the tongue becomes cleft (sna-
ke’s tongue). Atrophy of thymus, milt, and B. Fabricii is noted. Those chic-
kens that had consummated contaminated food were more prone to get fibrous
aerosacculitis compared to those that consummated trichotecene free food. It is
noted that T-2 toxin and DAS have cumulative impact. After serological blood
research on the virus of New Castle disease, via method of hemagglutination
inhibition, bad immune response to vaccination is recorded. However, we have
observed that the immunity of those chickens from the rooms where the food
was previously healthy and their immune system good, did not deteriorate
even when the chickens consumed trichotecene rich food. This leads us to
conclude that trichotecenes do not affect already created immunity.

OCHRATOXICOSES

So far we had the opportunity to detect ochratoxin at the lower boarder
of allowed concentration in one food sample. The chickens were eleven days
old and the first clinical sign that something was arising was larger water con-
sumption and appearance of whitish diarrhea, that is the presence of watery
substance, admixed with urates over the spreading. Thinking that the reason
for that was increased food salinity, we sent the sample urgently to be tested.
The amount of traced NaCl was even lower than the recommended one for
that chicken category. It was only then, when we demanded mycotoxic ana-
lyses to be done. The food was removed from the premises for 24 h, and was
mixed with other food stocks until laboratory results appeared. In the food
sample ochratoxin was traced. Its concentration was 0.25 mg/kg. Direct dama-
ges from consumption of such food were not enormous. During that year epi-
zoologic situation was fairly unfavorable since we had the IB virus present.
The chickens were vaccinated against IB on the first and seventeenth day of
their life. On the premises where ochratoxin rich food was consumed, clinical
manifestation of the illness appeared.
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CONCLUSIONS

Based on previously stated facts, further conclusions can be drawn con-
cerning mycotoxicoses:

1. Mycotoxicoses have been known as causes of certain illnesses, or, per-
haps it would be better to say, symptoms of certain illnesses, for more than a
few hundred years.

2. Diagnosis of mycotoxicoses is very complex and includes thorough
anamnesis and unspecific clinical picture that characterizes all mycotoxicoses.
Evident in development disorders, lower production capacities with animals,
and only in those cases of timely long consumption of food with extremely
high mycotoxin concentration, exitus can occur. Uncontagiousness of myco-
toxicoses, abrupt betterment in health of the ill animals and return of produc-
tion to technological norms based solely on food change, without treatment,
are safe data for final diagnosis establishment.

3. The most frequent mycotoxins carriers are crops, especially harvest
remnants, oil industry waste and warehouse food remains.

4. Mycotoxicoses, when occuring in large systems such as ’Agroziv’
company, can cause major problems both by means of increased mortality and
by decreased production results. Qualified personnel that lead this production
sector had realized that beforehand, and there have been several years since we
have started fighting this battle. We opted for the situation where mycotoxins
our fodder. This is achieved via appropriate agro technical measurements ap-
plied in the fields, and certain precautions are undertaken even in the fodder
factories and farms. A thorough analysis of the row materials of foreign origin
is done. Quality of our raw materials is more or less known to us, so that we
can decide by ourselves what to give to which animal species and category.
This way of work resulted in betterment of production results that can be
equally measured with the world.
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MHUKOTOKCHUHU U IHBbUXOB YTULAJ HA ) KUBUHAPCKY
MMPOU3BOAHY

T'opan P. XXuskoBuh,! Henag M. XKusanos,! Jacmuna 3. JKuBkosuh,!
Munomr J. Munojesuhi,! Joan M. Teomocun,! Caka JI. Tlehanarr,!
Hparan B. Munuh,! Anekcanapa C. Bouapos-Cranunuh,? Joso I1. Hexkuh3
1 Arpoxus”, 13000 ITanueBo, Kapahophesa 3—5
2 A. JI. Buo-exosnowmku meHrap, 23000 3pemwanuH, Iletpa dpammmnHa 5
3 BerepuHapcku mHCTUTYT, 23000 3perwbanuH, TeMUIIBapcku Iyt 26

Pesnme

YV xommanuju ,, ArpoxxkuB” [laHueBO cMO IBe ToOMHE HAKOH €KCIIaH3Mje KOMIIa-
Huje — 1998. roa. cxBaTwiM 3HAYaj KOjU MUKOTOKCMHU MOTY MMaTW Y CBUM CErMeH-
TAMa Hallle TTPOU3BO/IHE: TOUYEB O]l O/r0ja POAUTE/ba TEIIKE JIMHUjE, TTPEKO HUXOBE
eKcIIoaralmje na ao (uHaaHe O6pojiaepcke Mpou3BoAH-e. Te roaMHe cMO ce MPBU IMyT
cycpenu ca rnpobsieMuMa nmuinha y TOBY UMjy €TUOJIOTHjy HUCMO MOTIJIM Ja 00jaCHUMO
caMo 0aKTEepPUjCKUM Y BUPYCHMM MH(MEKLMjaMa, Hero CMO IPETHOCTaB/balld Aa MOCTO-
jY jolI HEKM YMHUJIALL KOjU jé MCKOMITJIMKOBAO KJIMHUYKY CIUKY. Tanma je mocjiar u mp-
BU y30paK XpaHe Daau HUCIUTHBAaMa Ha caapikaj MUKOTOKCMHA. Y mepuoay 1998—
2002. rox. mocnaro je 57 y3opaka XpaHe panyd UCIIMTUBama Ha caapikaj MUKOTOKCHHA.
VY 19 y3opaxa je yrBphen T-2 tokcuH y xoHueHtpauuju < 0,3 mg/kg. ¥V 18 y3opaka je
HaheHa xoHueHTtpauuja T-2 TokcuHa oa 0,5 mg/kg, a y 3 y3opka je Hal)eHa KOHIIEH-
tpauuja ox 1 mg/kg. ¥ 6 y3opaka xpane je ocum T-2 tokcuna 6uo npucyrad u JAC.
Y jenHOM y30pKy XpaHe OMO je mpucyTaH M oxpaToKcuH. KiMHUYKa civka U 1TeTe cy
Bapupaayd y 3aBUCHOCTU O KOHIEHTpallMje MUKOTOKCHMHA U CTapocTu nuiauha. ¥ 6op-
Oy MPOTUB MUKOTOKCHHA CMO KPEHYJIM Ca JOJaBarbeM PasIUIMTUX OPTAaHCKUX U HEOP-
TaHCKHUX azcopOeHara, ajli CMO TMMeE YCIeJM caMoO J1a AeJMMMYHO PEeIIMMO TPOOJIeM.
CxBatmwiin ¢cMo Ja 00pOy TPOTUB MUKOTOKCMHA MOpaMo Aa IOBEIEMO Ha IIMPOKOM
(GpPOHTY, Yy CBUM CerMEHTHMAa IIPOM3BOIILE, a Jda jé MOpaMO IIOYETH Y paTapcKoj Mpo-
M3BOIIbM — Ha CaMOj HhWBHU.
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INFLUENCE OF ORGANIC ACIDS AND
ORGANOCHLORINATED INSECTICIDES ON
METABOLISM OF SACCHAROMYCES CEREVISIAE

ABSTRACT: Saccharomyces cerevisiae is exposed to different stress factors during
the production: osmotic, temperature, oxidative. The response to these stresses is the adapti-
ve mechanism of cells. The raw materials Saccharomyces cerevisiae is produced from, con-
tain metabolism products of present microorganisms and protective agents used during the
growth of sugar beet, for example the influence of acetic and butyric acid and organochlori-
nated insecticides, lindan and heptachlor, on the metabolism of Saccharomyces cerevisiae
was investigated and presented in this work. The mentioned compounds affect negatively
the specific growth rate, yield, content of proteins, phosphorus, total ribonucleic acids. The-
se compounds influence the increase of trechalose and glycogen content in the Saccharo-
myces cerevisiae cells.

KEY WORDS: Saccharomyces cerevisiae, Acetic and butiryc acids, lindan, heptachlor

INTRODUCTION

The production of Saccharomyces cerevisiae is quantitatively and econo-
mically the most important microbiological production which is commercially
exploited (Stewart, 2002). The production of Saccharomyces cerevisiae (ba-
ker’s yeast, with 69—72% of water) is about 2,0 x 10° t and about 20.000 t of
dry active instant yeast (with 90—94% of dry matter) (R ose, 1979). Molas-
ses is the main raw material for the production of Saccharomy cerevisiae
(Athnasion, 2003). The composition of molasses is very complex and de-
pends on composition of sugar beet, year of production, applied agents for su-
gar beet protection during the cultivation and technological process of sugar
production (Pejin, 1989). The main component of molasses is saccharose
(about 50%). Molasses contains further a number of materials originating from
sugar beet: betain, aminoacids, vitamins and mineral matters. As great number
of microorganisms is present in molasses, their metabolism products like nitrits
and lower organic acids (formic, acetic and butyric) may be found in molasses
also. Fattohi (1994) reported the presence of acetic (119—260 ppm) and
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butyric acid (28 to 104 ppm) in molasses. These metabolism products of mic-
roorganisms are known as inhibitors of growth and quality of baker’s yeast
(Olbrich, 10956; Zauner et al., 1979; Fiedler, 1981). The mentio-
ned investigations were performed under anaerobic conditions. In our work the
growth of baker’s yeast in the presence of inhibitors was performed in aerobic
conditions.

Many environmentally important xenobiotic chemicals introduced for in-
dustrial and agricultural use are halogenated (Deo et al, 1994). Several
reviews have been published that deal with various aspects of the environmen-
tal fate of halogenated xenobiotics (Haider, 1979; Tiedje et al., 1987;
Reineke and Knackmuss, 1988). Insecticides (62.7%), fungicides (6.1%)
and hercbicides (32.4%) are used for the protection of sugar beet, one of the
agricultural cultures (Sovljanski, 1993). 26.8 kg per ha of these agents are
used for sugar beet protection, on the average. For that reason the residues of
agents used for the protection of sugar beet (insecticides and herbicides) were
determined in sugar beet molasses for the last three decades and their influen-
ce on Saccharomyces cerevisiae investigated (Schiweck and Haberl,
1973; Zauner et al., 1979). The investigators have found that the concen-
tration of insecticides and herbicides in molasses has no inhibitory effect on
yeast yield, respiration intensity and fermentation ability. Schiweck (1974)
has found that insecticides, akarazides and fungicides inhibit the respiration
intensity of Saccharomyces cerevisiae.

The aim of the work was to investigate the influence of organic acids
(acetic and butyric) and organochlorinated insecticides (lindan and heptachlor)
on the metabolism of Saccharomyces cerevisiae. Nutritive media for the gro-
wing of Saccharomyces cerevisiae were formulated with the same concentrati-
ons of organic acids and insecticides as would have the molasses samples ob-
tained in yeast factories and used for the growth of Saccharomyces cerevia-
siae.

MATERIALS AND METHODS
Microorganism

Baker’s yeast Saccharomyces cerevisiae DTN from the collection of the
Faculty of Technology in Novi Sad was used. The pure culture was maintai-
ned on a slant of Parulekar et al. (1986) medium solidified with 5.5% of
agar, and was stored at 4°C after incubation at 30°C for 48 h. For inoculation
of the fermentor one loopful of stock culture was transferred to 50 ml of Pa-
rulekar et al. (1986) medium in a 250 mL Erlenmeyer flask. The culture
was incubated with orbital shaking at 3.3 Hz at 30°C for 24 h before inocula-
tion of the fermentor.

Equipment and fermentation

Fermentation was carried out in a 10 L fermentor (Chemap, Volketswil,
Switzerland), consisting of a top-driver stirrer, a water-cooled condenser on
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the air outlet, and built-in foam, temperature, pH and dissolved oxygen (DO)
control system. Dissolved oxygen and pH were measured with a model 900
DO probe (New Brunswick, NI, USA) and pH electrode (Ingold, UK), respec-
tively. The working volume for all the experiments was 5.0 L. Good mixing
was assured by the rotation of two flat-brade agitators set at 10 Hz. The air
flow rate was 240 lh. Temperature was maintained at 30°C. The fermentor
was equipped with an additional unit (chemostat). In order to achieve the opti-
mal state in the fermentor, every fermentation was first performed with five
exchanges of fermentor content (using nutritive media without and with orga-
nic acids and insecticides).

Substrate preparation

Organic acids (acetic, butyric) and insecticides (lindan, heptachlor) were
added under aseptic conditions to the sterilized liquid media Parulekar
(1986), and the obtained nutritive media contained 0.00; 0.50; 1.00; 1.50; 2.00
g/L of acetic acid; or 0.00; 0.10; 0.20; 0.30; 0.40 g/L of butyric acid; 0.00;
0.10; 0.20; 0.30; 0.40 pg/L of lindan, and 0.00; 0.02; 0.04; 0.06 pg/L of hep-
tachlor. Acetic and butyric acids, lindan and heptachlor were od analytical gra-
de, Spelco, Pennsylvania, U. S. A.

Analytical methods

During continuous cultivation, samples of yeast were taken for the deter-
mination of dry matter (Porro et al., 1988), of trehaloze and glycogen
(Trevelyan and Harrison, 1956), proteins (Bronn, 1986), and con-
tent of total ribonucleic acids by the method of Sein et al. (1969). On the
basis of determined dry matter content of yeast during growth and multiplica-
tion and used sugar, the yields on sugar were calculated (Dawis, 1972).

RESULTS OF INVESTIGATIONS
The influence of acetic acid content in the nutritive media on specific

growth rate, yield and composition of Saccharomyces cerevisiae cells is pre-
sented in Table 1.
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Table 1. Fermentation parameters and composition of Saccharomyces cerevisiae cell with different
initial content of acetic acid in nutritive media

Maximum Total
Acetic biomass w* YH* Proteins  Trechalose Glycogen ribonucleic
acid g/L /L h—! glg % DM*** 9% DM % DM acids
& % DM
0.00 4.32 0.29 0.495 50.25 4.70 19.95 4.82
0.50 4.18 0.25 0.470 50.00 4.79 19.99 4.76
1.00 4.01 0.21 0.420 49.80 5.20 20.52 452
1.50 3.85 0.18 0.390 49.00 5.40 21.60 4.40
2.00 3.03 0.13 0.370 48.70 5.70 22.05 4.35

* Specific growth rate, h—!

s & Dry weight of yeast
g Utilized sugar

*##% Yeast dry matter

Acetic acid added to the nutritive media for Saccharomyces cerevisiae
growth, under continuous conditions, has an inhibitory effect on growth para-
meters (specific growth rate and yield). At the same time, the content of prote-
ins and ribonucleic acid is decreasing and that of trechalose and glycogen in-
creasing.

The influence of butyric acid in nutritive media on fermentation growth

parameters and composition of Saccharomyces cerevisiae cells is presented in
Table 2.

Table 2. Fermentation parameters and composition of Saccharomyces cerevisiae cells with diffe-
rent initial content of butyric acid in nutritive media

Maximum Total
Butyric biomass w* Y#* Proteins  Trechalose Glycogen ribonucleic

acid g/L. L h—! glg % DM*** % DM % DM acids

& % DM

0.00 4.35 0.29 0.495 50.25 4.70 20.01 4.95
0.10 4.25 0.25 0.461 50.01 4.90 21.06 4.80
0.20 4.17 0.22 0.390 49.70 5.05 22.00 4.65
0.30 4.00 0.19 0.375 49.60 5.30 22.90 4.50
0.40 3.90 0.16 0.320 49.00 5.50 23.10 4.25

The quantity of butyric acid added to the nutritive media was ten times
lower than that of acetic acid. Namely, molasses contains butyric acid in
significantly lower concentrations than acetic acid (Fattohi, 1994). Butyric
acid (even in such low concentrations) acts like an inhibitor of fermentation
parameters (specific growh rate and yield) and affects the decrease of protein
and ribonucleic acids content and increase of reserve carbohydrates content in
Saccharomyces cerevisiae cells.

The aim of this work was to investigate the effect of lindan on Saccha-
romyces cerevisiae cells. The influence of lindan on fermentation parameters
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and composition of Saccharomyces cerevisiae cells during continuous growth
is presented in Table 3.

Table 3. Fermentation parameters and composition of Saccharomyces cerevisiae cells with diffe-
rent initial content of lindan in nutritive media

. Total
Lindan I\gilgrlnn;:? w* Y#* Proteins  Trechalose Glycogen ribonucleic
ng/L L h—1 alg % DM*** 9% DM % DM acids
& % DM
0.00 4.40 0.295 0.495 50.25 4.70 20.02 4.95
0.10 435 0.267 0.472 50.25 5.01 20.37 4.72
0.20 4.10 0.250 0.460 49.72 5.30 21.70 442
0.30 4.05 0.236 0.390 49.50 5.40 21.80 4.37
0.40 3.98 0.192 0.360 49.30 5.65 22.00 4.25

The fermentation parameters and composition of Saccharomyces cerevi-
siae cells cultivated under continuous condition in nutritive media with diffe-
rent heptachlor concentration are presented in Table 4. The chosen concentrati-
ons of heptachlor in the nutritive media were in accordance with concentrati-
ons in molasses, having in mind that in yeast factories molasses is diluted 8
times.

Table 4. Fermentation parameters and composition of Saccharomyces cerevisaie cells with diffe-
rent initial content of heptachlor in nutritive media

. Total
Heptachlor I\g?;l:gsl;n w* Y** Proteins  Trechalose Glycogen ribonucleic

ng/L L h—1 glg % DM#*** 9% DM % DM acids

g % DM
0.00 4.35 0.296 0.495 50.26 4.70 19.99 4.95
0.02 4.29 0.270 0.469 50.25 4.80 20.50 4.72
0.04 4.10 0.252 0.432 49.90 4.99 21.60 4.37
0.06 3.90 0.242 0.390 49.50 5.30 22.30 4.25

DISCUSSION

The addition of acetic acid to the nutritive media (0.00—2.00 g/L) decre-
ases the maximal content of Saccharomyces cerevisiae biomass by 70%. As a
consequence, the specific growth rate (u) is decreased 2.23 times, and the bio-
mass yield calculated on the used sugar decreases also. The obtained results
are in accordance with the results presented by Phowcina et al. (1995).
The acetic acid affected the Saccharomyces cerevisiae cell composition, and
the decrease of proteins and total ribonucleic acids content (the latter being
important for the biosynthesis of proteins). The content of trechalose and
glycogen in the cells increased with the increase of acetic acid concentration in
the nutritive media. The increase of trechalose content in yeast cells can be
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explained by the fact that cells synthesize the trechalose when in inadequate
conditions (Jose et al.,, 2000). Trechalose in yeast cells increases stress resi-
stance (Jose et al., 2000).

Butyric acid affects negatively the maximal concentration of biomass in
the fermentor, even in concentrations 10 times lower compared to acetic acid,
e. g. the specific growth rate and yield of work (production) microorganism
Saccharomyces cerevisiae. Trechalose and glycogen content is higher in cells
cultivated on nutritive media with butyric acid compared to cells cultivated on
nutritive media with acetic acid.

The increase of lindan content in the nutritive media (0.1; 0.2, 0.3 and
0.4 pg/L) decreased specific growth rate (p), content of protein and total ribo-
nucleic acids and yield of biomass. The decrease of proteins can be explained
by the fact that their synthesis depends on ribonucleic acids. The lower the
nucleic acids content, the lower the synthesis rate of proteins (Oura, 1972).
The increase of lindan in the nutritive media is followed by the increase of re-
serve carbohydrates content (Fransois and Parrou, 2001). The content
of trechalose and glycogen increased with the decrease of growth rate “u”.
This finding is in accordance with the results of Kuenz and Fichter
(1972). The increase of trechalose in yeast cells is most probably the reaction
of cells to stress caused by presence of lindan in nutritive media (V an
Dijck et al, 1995; Paalman et al., 2003).

The effect (influence) of heptachlor on growth parameters and composi-
tion of Saccharomyces cerevisiae cells was also investigated. The chosen con-
centrations of heptachlor in the nutritive media were in accordance with the
concentrations in molasses, having in mind that in yeast factories molasses is
dilluted 8 times. The increase of heptachlor concentrations in nutritive media
decreases the specific growth rate “n”, however, this decrease is significantly
lower compared to the effect of lindan in the nutritive media. The content of
proteins and total ribonucleic acids in Saccharomyces cerevisiae cells decrea-
sed, while the content of trechalose and glycogen increased with the increase
of heptachlor concentration in the nutritive media.

On the basis of the obtained results, it can be concluded that acetic and
butyric acids, and organochlorinated insecticides (lindan and heptachlor), in
concentrations found in molasses, may have an inhibitory effect on fermenta-
tion parameters and the composition of Saccharomyces cerevisiae cells. In that
way, they affect negatively the capacity of yeast factories and also the quality
of the yeast which is offered to the consumers.
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YTULAJ OPTAHCKUX KHUCEJINHA N OPTAHOXJIOPHUX
MHCEKTULUNWIAA HA METABOJIM3AM SACHAROMYCES CEREVISIAE

Hyuranka J. Tlejun u BecHa M. Bacuh
Texnonomku daxynrer, Hosu Can, bynesap Llapa Jlazapa 1

Pesnume

Y npousBoawu Saccharomyces cerevisiae (eKapcKor KBaclia) IJlaBHa CUPOBUHA
je Menaca. Y Menacu ce MOTy Hahu OpraHcke KHUCEJIMHE Kao MPOAYKTH MeTaboau3Ma
MUKpOOpraHm3aMa KOju C€ Haja3e y 1b0j Y BereTaTUBHOM MJIM CIIOPOT€HOM OOJIMKY.
Mebhy oBUM MpoAyKTHMMa OpraHCKe KHUceJlrMHe cupheTHa U OypepHa ce Hajla3e y HajBuU-
UMM KOHILIEHTpamujama. 300T Tora je y paay MCIUTaH yTUllaj cupheTHe U OyTepHe KH-
ceJiiHe Ha MeTtabonuzaM Saccharomyces cerevisia y KOHLUEHTpalMjaMa Koje ce peaHo
Mory Hahu y mojjioramMa 3a yMHOaBame y (paOpukama 3a TNMpousBOAwY Saccharo-
myces cerevisiae. CupheTHa KUceJuHa je 1oAaBaHa MoJ aCeNTUYHUM YCJIOBUMA y CTe-
puiHe nomyiore y koHueHTpauujama: 0.00; 0.50; 1.00; 1.5 u 2.0 g/L. Jonarak cuphert-
HE KUCEJIMHE CMamMUO je MaKCUMAalHU cajp:kaj Ouomace y MOMJIO3M TOKOM YMHOMa-
Bamba 3a 70%, Tako na ce criennduyHa Op3uHA pacTa cMarbuia 2, 3 TmyTa, IITO je MMa-
JIO 3a TOCenully CMakberhe MpuHoca 6uomMace Ha ytpoiueHu mehep. CuphetHa Kuce-
JIMHA yTULlaja je Ha cactaB henuja Saccharomyces cerevisiae, CMambUBAO C€ CANAPKA]
VKYTTHUX PUOOHYKJIEMHCKMX KMCEJMHA W caapiaj MpoTerHa, a moBehaBao ce campikaj
pe3epBHUX YIJbEHMX XHUIpaTa Tpexajo3e M TJIMKoreHa. byTrepHa KuceauHa ce JomaBaia
y koHueHTpauujama: 0.00; 0.10; 0.20; 0.30; 0.40 g/L. Hajuiua KoHILeHTpaluja OyTep-
He kucenuHe y nomiodu 0.40 g/L. 6una je mer myta HUXKaA OJl HAjBUILIE KOHLIEHTpALUje
cuphetHe kucenuHe. M Tako 3HAaTHO HMKE KOHIIEHTpaliuje OyTepHEe KUCEIMHE MHXU-
OUTOpHO cy nejoBajie Ha napamerpe dbepMmeHTauuje U cactaB henuja Sasccharomyces
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cerevisiae. JIMHIAH je nomaBaH y XpaHJbMBY Tomiory y koHueHtpauujama: 0.10; 0.20;
0.30 m 0.40 pg/L, a xerrraxyiop y koHmeHtpammjama 0.02; 0.04 u 0.06 pg/L. Ca mose-
hamewm campikaja TMHIAHA U XeTITaxjopa y TMojjioraMa cMamuBajie Cy ce MaKCUMajHa
KOHIIEHTpalMja ouomMace, cnenm@uuHa Op3mMHa pacTa M camapikaj YKYITHUX PUOOHYKJIe-
MHCKUX KHMCeIMHa, a moBehaBao ce campikaj pe3epBHUX YIJbEHUX XUIpaTa Tpexaao3e u
TJIMKOTeHa.
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INFLUENCE OF ADDITION OF AMYLASE
PREPARATION TO DOUGH ON FERMENTATIVE
ACTIVITY OF BAKER’S YEAST

ABSTRACT: Dough samples with different content of amylases were investigated,
immediately after mixing and after 7, 14 and 30 days of frozen storage. The obtained re-
sults show that the fermentation time is shorter, both in fresh and frozen samples, when
amylase sample 1 was added, compared to dough without enzymes. The addition of
amylase 2 to dough resulted in minimal decrease of “rising” time, both iz frozen and fresh
dough samples. The rising time of fresh samples was shorter when amylase 3 was added to
dough. The specific fermentative activity of fresh dough samples is increasing by about
10% compared to the control sample, for all amounts of amylase 1 and 2 added to the do-
ugh. The fermentative activity of yeast in frozen samples increased by 5—10%, after kee-
ping of dough with the addition of amylase 1 for 14 days. The specific fermentative activity
of fresh dough samples increased compared to the control, for all amounts of added
amylase 3 to the dough. In frozen dough samples the fermentative activity of yeast decrea-
sed by 10% for all added amounts of amylase 3. Baked goods made of fresh and frozen do-
ugh, prepared with the addition of amylase 1, are better than the ones made of control do-
ugh sample, considering all evaluated parameters.

KEY WORDS: amylase, baker’s yeast, fermentative activity

INTRODUCTION

The properties of yeast cells with improved freeze tolerance were investi-
gated and the connection between freeze tolerance and cell composition (con-
tent of trechalose, amino-acids, lipids in cell membrane, level of thermoresi-
stent proteins, respiratory cell capacity) was found (Tanghe, 2002). Sha-
radananant and Khan (2003a) have found that the addition of hydro-
philic gumms (gum arabica and carboxy methyl cellulose) decreases the con-
tent of water in the dough that can be frozen, while the addition of x-carragee-
nan affects negatively the frozen dough. The developed CO, content in dough
depends on the content of fermentable sugars and amylose activity. Starch is
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hydrolyzed in the presence of amylases and sugars are formed as the result
(maltose and other). The amount of sugars depends on the content of amylo-
Iytic enzymes and state of starch in the dough (Auerman L. J., 1988). The
ability of flour water suspension to produce a certain amount of maltose at
certain temperature and certain time is known as the amylolytic activity of flo-
ur. The ripe wheat grain contains practically only B-amylase, while germinated
wheat contains both B- and active a-amylase. Temperature and pH affect the
o- and B-amylase in different way. The optimal activity of a-amylase is at hig-
her temperatures (but is also inactivated). At the same time, B-amylase is more
stable at lower pH values. The lower the pH value, the lower the inactivation
temperature of amylases, especially of a-amylase. The higher the water con-
tent and lower the starch concentration, the lower the temperature of optimal
effect and inactivation of amylase. The inactivation temperature of amylases is
affected by the rate and duration of heating of dough where amylolisys takes
place. The optimal temperature of B-amylase is 62—64°C, in dough made of
Type 850 flour with baker’s yeast (pH 5,9), and of a-amylase 70—74°C. The
complete inactivation of B-amylase and a-amylase was 82—84°C and 97—
98°C, respectively. Auerman (1988) reported that certain activity of o-amy-
lase was found in the center of the crumb of bread made of such dough. The
action of enzymes depends on dimensions of flour particles, dimensions of
starch grains and degree of mechanical damage during grinding of grain, e.g.
specific free surface of starch globules, where B-amylase can act. When the
flour particles and starch grains are smaller and more damaged, the flour is
more favourable for action of B-amylase (Auerman L. J., 1988). The addi-
tion of B-amylase to wheat flour increases insignificantly the ability of maltose
production, pointing to slight excess in flour. The addition of a-amylase in the
same amounts, increase several times the ability of maltose production, pro-
portionally to the added amount of a-amylase. Most probably, a-amylase splits
starch to low-molecular dextrins which can be easily transformed to maltose,
under the influence of excess amounts of B-amylase in the flour. The oxidation
of sulphydril group (-SH), present both in o- and B-amylase, decreases signif-
ficantly the activity of these enzymes. The activity of a-amylase depends, to a
certain degree, on primary amino groups.

MATERIAL AND METHODS

Wheat flour, of average quality, usually found at the market, was used for
dough production. No additives were used for control dough samples, while
commercial amylase was mixed into the dough for some trials. The analyses
were performed according to the Regulations on methods of physical and che-
mical analysis for quality control of cereals, milling and baked products, pasta
and frozen products (Yugoslav Official Register 74/88): content of moisture,
ash, proteins, acid value, wet gluten content (Kaluderski G., Filipo-
vié N., 1998), farinographic, extensographic and amylographic characteri-
stics. The fermentative activity of yeast was determined by modified method
for Determination of baker’s yeast activity (JUS E.M8.024, Official Register
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SFRJ 56/87). The fermentation time of dough was determined according to
standard method JUS E.M&8.020. The differential method was used for expe-
rimental baking; chosen to obtain small bakery goods (100 g) of best quality
under the given conditions. The following parameters of baked goods were in-
vestigated: mass and volume of baked products, height/diameter ratio, circum-
ference. The penetrometric value was determined using the following method:
Use of SUR penetrometer PNR 6 for the evaluation of physical characteristics
of crumb of bread and baked goods. The Dallman number was also determi-
ned (Kaluderski, Filipovi¢, 1988). The amount of yeast for mixing
was 2%, calculated on flour, using fresh baker’s yeast with 30% of dry matter.
The amount of salt was 1,8%, compared to flour. The amount of added water
depends on the water content of used yeast, and is calculated in such a way
that the water content of dough is constant. Amylases were added to dough,
amylase 1 (recommended for the improvement of volume and freshness of ba-
ked goods, especially in case of frozen doughs) in concentrations 0,008%,
0,014% and 0,02%; amylase 2 (recommended for the improvement of volume,
color and flavor of baked goods), in concentrations 0,002%, 0,007% and
0,012% and amylase 3 (recommended for improvement of flour quality, e.g.
quality of finished baked goods), in concentrations 0,002%, 0,0035% and
0,005%). All dough constitutents were tempered at 35°C, as regulated in the
method used for the analysis of fermentative activity of yeast. The dough was
prepared in the mixer, and after the mixing dough samples were frozen. The
time and conditions of freezing and defrosting were chosen on the basis of the
results obtained during investigations of freezing dynamics (Topoli¢, 2004).

RESULTS AND DISCUSSION

The biggest decrease of volume of small bakery goods was found after 7
days of keeping the dough in frozen state (Table 1).

Table 1. Evaluation of small bakery goods without additives

Evaluated parameter 0. day 7. day 14. day 30. day
Mass of small bakery goods [g] 101,77 101,75 102,43 99,18
Volume of small bakery goods [ml] 336,67 248,00 228,00 252,00
Height/diameter ratio [1] 0,56 0,55 0,56 0,49
Circumference, 0,/0, [cm] 26,5/27,2 24,2/24,6 24/23,5 23,97/24,37
Penetrometric number 94,7 63,3 48,3 44.5
Dallman number 7—38 8 8 7—S8

After 14 days of keeping, the volume of small bakery goods decreased
further by 20 ml, e.g. 32,28% compared to the fresh sample. According to he-
ight/diameter ratio, the form of the small bakery goods was not changing
significantly after 14 days of keeping in frozen state. However, after 30 days
of keeping in frozen state and defrosting, the height/diameter ratio is decrea-
sed. The decrease of penetration value shows that the keeping in frozen state
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affects the rheological characteristics of dough. The Dallman number, rather
uniform in all samples, points to the fact that freezing, keeping of dough in
frozen state and defrosting have no significant influence on shape and distribu-
tion of pores, e.g. appearance of crumb. The addition of amylase sample 1 to
dough, results in an increase of specific fermentative yeast activity in fresh —
nonfrozen samples. The biggest increase was in dough where 0,0014% of
enzyme was added, while different amounts of enzymes did not result in diffe-
rent specific fermentative yeast activity (Figure 1).
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Figure 1. Influence of amylase 1 content in dough and storage time
at —18+1°C on specific fermentative yeast activity

In samples prepared with 0,0014% of enzyme, kept at —18+1°C for dif-
ferent period of time, the increase of specific fermentative activity of yeast

was minimal compared to dough samples without enzyme.

Table 2. Evaluation of small bakery goods obtained from dough with the addition of 0,008% of

amylase 1
Evaluated parameter 0. day 7. day 14. day 30. day
103,10 102,78 101,43

Mass of small bakery goods [g] 102,00

Volume of small bakery goods [ml] 410,00 268,00 228,00 260,00
Height/diameter ratio [1] 0,57 0,56 0,60 0,55
Circumference, 0,/0, [cm] 28,8/28.6 24,9/25,0 24.,5/23,9 24.,4/24.7
Penetrometric number 152,2 75,5 51,7 68,5
Dallman number 7 7—8 8 7—8
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The volume of small bakery goods decreases during freezing, keeping at
low temperatures and defrosting. The biggest decrease of volume was found
after 7 days of frozen storage, while the smallest volume was determined in
small bakery goods made of dough kept in frozen state for 14 days. According
to height/diameter ratio, the shape of small bakery goods is not changing
significantly with the exception of small bakery goods obtained from dough
kept in frozen state for 14 days. The same can be concluded on the basis of
the measured circumference. The freezing process affects significantly the pe-
netrometric value, and it decreased almost by 50% in small bakery goods ma-
de of dough kept for 7 days in frozen state compared to small bakery goods
made of fresh dough. Freezing, keeping of dough in frozen state and defro-
sting have no effect on shape and distribution of pores, e.g. appearance of
crumb, as concluded on the basis of almost constant value of Dallman number.

Table 3. Evaluation of small bakery goods obtained from dough with the addition of 0,014% of
amylase 1

Evaluated parameter 0. day 7. day 14. day 30. day
Mass of small bakery goods [g] 101,00 102,48 99,93 100,83
Volume of small bakery goods [ml] 430,00 280,00 270,00 270,00
Height/diameter ratio [1] 0,58 0,54 0,56 0,56
Circumference, 0,/0, [cm] 28,4/29.,0 25,3/25.4 24.,7/25.3 24.,7/25,5
Penetrometric number 168,5 85,5 57,8 87,3
Dallman number 7 7 7—38 7—8

The biggest decrease of volume, 34,88%, was registered in small bakery
goods made of dough kept at —18°C for 7 days (Table 3). The time of keeping
at low temperatures has no significant effect on the change of volume of ba-
ked small bakery goods. The biggest change of shape, e.g. smallest “rising”
was registered in small bakery goods made of dough kept for 7 days in frozen
state. Freezing, keeping of dough in frozen state and defrosting have no effect
on shape and distribution of pores, e.g. appearance of crumb, as concluded on
the basis of almost constant value of Dallman number.

Table 4. Evaluation of small bakery goods obtained from dough with the addition of 0,02% of
amylase 1

Evaluated parameter 0. day 7. day 14. day 30. day
Mass of small bakery goods [g] 100,85 103,25 99,48 101,93
Volume of small bakery goods [ml] 450,00 312,00 276,00 260,00
Height/diameter ratio [1] 0,54 0,52 0,52 0,54
Circumference, 0;/0, [cm] 28,5/29,0 26,1/26,3 25,1254 24,7/25,2
Penetrometric number 155,8 85,3 67,7 72,7
Dallman number 7 7 7—8 7—8

Keeping of dough in frozen state for 14 and 30 days affects the volume
of final bakery products and the registered decrease was 38,66% and 42,22%

221



respectively, compared to small bakery goods made of fresh dough (Table 4).
The freezing process affects the decrease of circumference of small bakery go-
ods, however, this parameter is not changing significantly with the time of ke-
eping in frozen state. The addition of amylase 2 to dough (Fig. 2) affects the
fermentative activity of yeast in the dough. The fermentative activity increased
in fresh samples, however, the amount of amylase added to the activity of
yeast in the dough. The specific fermentative activity decreased almost to half
of the initial value, for all applied amounts of amylase 2, as the consequence
of freezing process. It was also found that the time of keeping at low tempera-

tures has no or very weak effect on fermentative activity of yeast.

cific fermentative activity
/ 1g d.m. for 2h]

Spe
[ml CO,

Figure 2. Influence of amylase 2 content in dough and keeping time
at —18+1°C on specific fermentative yeast activity

Table 5. Evaluation of small bakery goods obtained from dough with the addition of 0,002% of
amylase 2

Evaluated parameter 0. day 7. day 14. day 30. day
Mass of small bakery goods [g] 101,75 103,45 104,90 103,93
Volume of small bakery goods [ml] 320,00 252,00 272,00 240,00
Height/diameter ratio [1] 0,57 0,58 0,57 0,53
Circumference, 0;/0, [cm] 27,5/27,2 24,5/24.5 24.2/24,6 24,4/23,5
Penetrometric number 126,8 69,0 72,2 58,7
Dallman number 7 7 7—38 7—38

The volume of small bakery goods made of dough kept for 7 days at low
temperatures was by 21,25% smaller compared with the volume of small
bakery goods obtained from fresh dough (Table 5). The volume decrease was
smaller in small bakery goods made of dough kept for 14 days in frozen state
compared to the control sample. The height/diameter ratio of small bakery go-
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ods made of fresh and frozen dough (kept 7 and 14 days in frozen state) was
rather uniform, confirming that the freezing process is not the cause of defor-
mation of small bakery goods. The freezing process affects significantly the
penetrometric value, and this value decreased by 50% in small bakery goods
made of dough kept for 7 days in frozen state compared to small bakery goods
made of fresh dough. Dallman number is uniform in all samples of baked
small bakery goods.

Table 6. Evaluation of small bakery goods obtained from dough with the addition of 0,007% of
amylase 2

Evaluated parameter 0. day 7. day 14. day 30. day
Mass of small bakery goods [g] 102,02 102,98 103,93 103,18
Volume of small bakery goods [ml] 325,00 286,00 284,00 280,00
Height/diameter ratio [1] 0,61 0,48 0,55 0,46
Circumference, 0,/0, [cm] 26,2/26,6 25,3/25,8 24.7/25,0 25,0/25,7
Penetrometric number 114,7 88,2 79,5 73,2
Dallman number 7 7 7 7

The biggest decrease of volume was found in small bakery goods made
of dough kept for 7 days after freezing, and it was 12% (Table 6). Longer kee-
ping of dough in frozen state does not affect the volume of final baked pro-
ducts. According to the change of height/diameter ratio, the biggest deforma-
tion of shape — lowest “rising”, was registered in small bakery goods made of
dough kept for 7, e.g. 30 days in frozen state. The freezing of dough, keeping
in frozen state and defrosting have no significant influence on shape and distri-
bution of pores, e.g. form of crumb.

Table 7. Evaluation of small bakery goods obtained from dough with the addition of 0,012% of
amylase 2

Evaluated parameter 0. day 7. day 14. day 30. day
Mass of small bakery goods [g] 102,00 100,63 103,73 101,45
Volume of small bakery goods [ml] 350,00 272,00 252,00 250,00
Height/diameter ratio [1] 0,58 0,51 0,56 0,53
Circumference, 0;/0, [cm] 27,1127,1 25,3/25,4 24,1/23,8 24,3/24,1
Penetrometric number 101,7 58,8 57,3 473
Dallman number 7 7—8 8 7—8

During longer keeping of dough in frozen state the volume of baked
small bakery goods is decreasing by 0,07% e.g. 0,01% compared to previously
analyzed samples (Table 7). The shape of small bakery goods is changing rat-
her slightly, as showed by height/diameter ratio. Penetrometric value also
significantly decreased in samples with the addition of 0,012% of amylase 2,
as the result of freezing. Keeping of dough in frozen state has no significant
effect on elasticity and compressibility of crumb.
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Figure 3. Influence of amylase 2 content in dough and keeping time
at —18+1°C on specific fermentative yeast activity

The influence of amylase 3 content in dough and time of keeping at
—18+1°C on specific fermentative activity of yeast is presented in Figure 3.
The addition of amylase 3 to dough results in an increase of specific fermenta-
tive yeast activity in fresh samples and this increase is proportional to the in-
crease of amylase amount. In samples with the addition of lowest and highest
recommended concentration of amylase 3, the specific fermentative yeast acti-

vity in all frozen dough samples was lower than of the control sample (with-
out enzymes), independently on keeping time.

Table 8. Evaluation of small bakery goods obtained from dough with the addition of 0,002% of
amylase 3

Evaluated parameter 0. day 7. day 14. day 30. day
Mass of small bakery goods [g] 102,00 100,63 103,73 101,45
Volume of small bakery goods [ml] 350,00 272,00 252,00 250,00
Height/diameter ratio [1] 0,58 0,51 0,54 0,53
Circumference, 0;/0, [cm] 21,1/21,1 25,3/25,4 24,1/23,8 24.,3/24,1
Penetrometric number 101,7 58,8 57,3 51,3
Dallman number 7 7—S8 8 7—S8

The volume of small bakery goods made of dough kept for 7, e.g. 14
days after freezing at 18+1°C was by 22,29, e.g. 28,57% lower compared to
the control sample (Table 8). The uniform values of height/diameter ratio of
small bakery goods made of dough kept for 7, 14 and 30 days at low tempera-
tures show that keeping at low temperatures does not result in deformation of
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small bakery goods. However, the difference of height/diameter ratio of frozen
and fresh samples is significant pointing to negative effect of freezing process.
Longer time of keeping of dough in frozen state affects insignificantly the
compressibility and elasticity of the crumb of finished bakery products, as pre-
sented by the minimal change of penetrometric value.

Table 9. Evaluation of small bakery goods obtained from dough with the addition of 0,0035% of
amylase 3

Evaluated parameter 0. day 7. day 14. day 30. day
Mass of small bakery goods [g] 101,65 104,30 104,58 101,08
Volume of small bakery goods [ml] 365,00 258,00 258,00 260,00
Height/diameter ratio [1] 0,60 0,53 0,55 0,52
Circumference, 0;/0, [cm] 27,2/127,9 24,4/24.6 24,17/24,6 24.,9/25,0
Penetrometric number 114,3 60,2 59,3 57.4
Dallman number 7 7 8 7—S8

After 7 days of keeping in frozen state, the volume of small bakery goods
was by 29,31% lower compared to the control samples (Table 9). Longer kee-
ping of dough has no negative influence on the change of volume. The biggest
deformation, e.g. lowest “rising” determined on the basis of height/diameter
ratio, was found in small bakery goods made of dough kept in frozen state for
7 e.g. 30 days. The penetrometric value is decreasing as the result of freezing,
as presented by value measured in small bakery goods made of dough kept for
7 days in frozen state and compared to the control sample. The Dallman num-
ber has the same value in all samples.

Table 10. Evaluation of small bakery goods obtained from dough with the addition of 0,005% of
amylase 3

Evaluated parameter 0. day 7. day 14. day 30. day
Mass of small bakery goods [g] 101,57 105,15 104,83 102,00
Volume of small bakery goods [ml] 380,00 264,00 256,00 256,00
Height/diameter ratio [1] 0,56 0,52 0,56 0,52
Circumference, 0,/0, [cm] 28,0/28.4 24,7249 24,7/24.,6 24.,9/24,7
Penetrometric number 126,7 65,0 61,0 63,5
Dallman number 7 8 8 8

The biggest decrease of volume was in small bakery goods made of do-
ugh kept for 7 days in frozen state (Table 10). Longer keeping time had no
significant effect on the change of this quality characteristic. The determined
values of height/diameter ratio and circumference of baked small bakery goods
show that freezing affects the change of form in a lesser degree. It was found
that longer storage of dough has no negative influence on elasticity and
compressibility of crumb. The Dallman number is uniform in all investigated
samples.

225



CONCLUSION

The fermentation time of fresh and frozen samples was shorter when
amylase 1, 2 and 3 were added to the dough. The specific fermentative yeast
activity of fresh samples increased by about 10% compared to the control sam-
ple, for all added amounts of amylase samples 1, 2 and 3. In frozen samples,
the specific fermentative yeast activity decreased by 10% for all added amo-
unts of amylase 3. All evaluated parameters of baked goods made of fresh do-
ugh containing amylase 1, were better compared to samples made of the con-
trol dough. The characteristics of small bakery goods made of dough prepared
with the addition of amylase 1 are better than of the control sample. Regarding
all evaluated parameters of the baked goods made of dough with amylase 2,
the ones containing 0,007% of enzyme are outstanding. Keeping time of fro-
zen dough containing amylase 2 has no effect on quality of baked goods. The
addition of amylase 3 to the dough does not result in significant improvement
of quality of baked good made of both fresh and frozen dough.
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YTULAJ JOJATKA ITPEITAPATA AMMWIIA3A XJIEBHOM TECTY
HA ®EPMEHTATUBHY AKTHUBHOCT ITEKAPCKOI' KBACHA

Jenena M. Jlonuh, Hymanka J. Ilejun, Crean /. Iloros,
Cunnma H. Jdomwuh, Jacna C. Mactunosuh, JoBanka B. ITonmos-Pamuh*
Texnonowmku daxynarer, Hosu Can
* [ToswonpuBpenHu ¢akynret, beorpan

Pesume

HcnuruBanu cy y30pLM ca pasjMuUTUM Calp)KajeM aMujiasza y TeCTy U TO Helo-
cpemHo II0 3aMmecy U HakoH 7, 14 m 30 maHa CKIaguWINTeHa y 3aMp3HYTOM cTamby. Pe-
3yJITaTU OBUX MCTPAXKMBarha MOKa3yjy Ja ce y He3aMp3aBaHUM W 3aMp3aBaHUM Y30D-
IMMa BpeMe Au3arka TecTa ckpahyje momaTkoMm amuiase 1, y ogHocy Ha TecTo 6e3 J10-
naTka eHsuma. Koa 3ampsaBaHuX M He3aMp3aBaHUX y30paka TecTa, JOAaTKOM aMujiase
2 y TeCTO MMHUMAaJHO ce ckpahyje Bpeme nusama Tecta. JJomatkom amuiiase 3, Bpeme
NM3ama TecTa ce, KON He3aMmp3aBaHUX y3opaka, ckpahyje. CrneunduyHa dhepMeHTaTUB-
Ha aKTMBHOCT He3aMp3aBaHMX y3opaka Tecta moBehaBa ce 3a oko 10% y omHocy Ha
KOHTPOJIHM Y30pakK, M TO 3a CBe KoJW4YMHE amwiuaze | u 2 gomate y Tecto. JJomatkom
aMmwiase 2 y Tecto, cneuurduyHa ¢hepMeHTaTMBHA aKTMBHOCT KBacllia y 3aMp3aBaHUM
y3opuuma moBehaBa ce 3a 5—10%, HakoH 14 nmaHa 4yBarba TeCTa Y 3aMP3HYTOM
crawy. CriennnyHa hepMEeHTaTMBHA aKTMBHOCT He3aMp3aBaHMX y30paKa TecTa IoBe-
haBa ce y omHOCY Ha KOHTPOJIHU y30pakK, 3a CBe KOJMYMHE aMujase 3 jojare y TecTo.
CrneunduyHa (pepMeHTaTHBHA aKTUBHOCT KBacia omana a0 10% 3a cBe momarte KOJIM-
yuHe amwiase 3. On He3aMp3aBaHOr M 3aMp3aBaHOI TeCTa, Y KOje je JojaTra aMuiiasa
1, nobuja ce MeMBO KOje je IIpeMa CBUM OILeHhMBAaHMM IOKa3aTe/buMa 00Jbe OJI MeIM-
Ba IOOMjeHOr O KOHTPOJIHOI y30pKa TecTa.
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FERMENTATION TEMPERATURE AND WORT
COMPOSITION INFLUENCE ON DIACETYL AND
2,3-PENTANEDIONE CONTENTS IN BEER

ABSTRACT: Diacetyl and 2,3-pentanedione are important constituents of beer sen-
sory properties. A new GC/MS method for diacetyl and 2,3-pentanedione content determi-
nation was developed. This method was applied for the determination of diacetyl and
2,3-pentanedione contents during beer fermentation (primary fermentation and maturation).
Primary fermentations were carried out at different temperatures (8°C and 14°C). Primary
fermentation temperature had a great influence on diacetyl and 2,3-pentanedione formation
and reduction. Formation and reduction rates increased with the primary fermentation tem-
perature increasment. Diacetyl and 2,3-pentanedione contents also increased with the corn
grits increasment. Fermentations were carried out with Saccharomyces cerevisiae pure cul-
ture, specially prepared for each fermentation. This GC/MS method for diacetyl and 2,3-
-pentanedione determination was valuable for analysing the influence of wort composition
or fermentation conditions such as primary fermentation temperature on their formation and
reduction.

KEY WORDS: corn grits, Diacetyl, fermentation, temperature, 2,3-pentanedione, wort
composition

INTRODUCTION

Diacetyl (2,3-butanedione) is the main aroma constituent of beer (Ste -
wart, 1977). The beer has a sweet, nonspecific taste, when diacetyl content
in beer is higher than the flavour threshold and the increased contents result in
buttery aroma. Diacetyl flavour threshold is 0.05—0.10 mg/L (Wainwright,
1973; Fix, 1993, Sigsgaard, 1994; Linko et al., 1998). 2,3-pentanedi-
one is similar to diacetyl, however, the flavour threshold is higher (near 1.0
mg/L) resulting in honey-like aroma (Fix, 1993). Reduction of diacetyl and
2,3-pentanedione is simultaneous with other processes during maturation of
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beer, so it can be considered as an important criterion for maturity level
estimation of a certain beer. The formation and reduction of vicinal diketones
take place in three stages: formation of a-acetohydroxy acids, oxidative de-
carboxylation of a-acetohydroxy acids to vicinal diketones and reduction of vi-
cinal diketones (Hansen and Kielland-Brandt, 1996; Boulton
and Quain, 2001). The formation and reduction of diacetyl and 2,3-penta-
nedione are influenced by: yeast strain and growth rate (Haukeli and Lie,
1972; White and Wainwright, 1975; Engan, 1981; Inoue, 1981;
Bamforth and Kanauchi, 2004), fermentation temperature (Engan,
1981; Kunze, 1998), wort composition and treatment (Portno, 1966; Fix,
1993, Lodahl, 1993; Pugh et al, 1997; Boulton and Quain, 2001),
aeration and concentration of dissolved oxygen (Engan, 1981; McCarthy,
1995; Tenge and Geiger, 2004), pH value (Haukeli and Lie, 1971;
Pajunen and Makinen, 1975, White and Wainwright, 1975),
infection (Engan, 1981, Fix, 1993) and pressure (Liebs et al.,, 1970;
Sepelova et al., 2003).

Diacetyl and 2,3-pentanedione quantitative analysis during beer fermenta-
ion is difficult because of their high volatility, low contents and the interferen-
ce of the other matrix compounds such as ethanol and acetoin M artineau
et al.,, 1994; Landaud et al., 1998). Methods for diacetyl and 2,3-pentane-
dione determination and quanitification include colorimetric (MEBAK, 1993;
European Brewery Convention Analytica — EBC, 1998), fluorometric (M c -
Carthy, 1995) and gas chromatographic procedures (Martineau et al.,
1994; MEBAK, 1996; European Brewery Convention Analytica — EBC, 1998;
Dupire, 1998, Hordk et al.,, 2001). Using a GC/MS method for the
diacetyl quanification M artineau et al, 1998), the analysis for 2,3-penta-
nedione was developed (Landaud et al, 1998). Derivatizaton procedure
was also modified.

Because of the complexity of beer composition and in view of the fact
that retention time depends on sample composition and chromatographic con-
ditions, chromatograph with mass selective detector was used. In addition to
retention times this instrument gives also mass spectra of the investigated com-
pounds. Thus, their identification is much more reliable than with other types
of detectors. To determine the compounds that are present at low contents,
which is the case with diacetyl and 2,3-pentanedione, it is necessary to apply a
preconcentration method (for example, solid phase extraction — SPE).

Since the fermentation yields formation of the diacetyl and 2,3-pentanedi-
one precursors, i.e. o-acetolactate and a-acetohydroxybutyrate, to determine
the total potential of vicinal diketones in beer samples it was necessary to
oxidize these compounds to diacetyl and 2,3-pentanedione. In the course of the
experiments it was also necessary to optimize the amount of derivatization
agent (1,2-diaminobenzene) and pH of the samples before transferring them
onto the SPE columns. The effect of different organic solvents used as eluents
of the investigated compounds was also investigated.

In view of the above the aim of the work was to study of the effect of
fermentation temperature and wort composition on diacetyl and 2,3-pentane-
dione contents.
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MATERIALS AND METHODS
Chemicals and supplies

Diacetyl (2,3-butanedione), 2,3-pentanedione, 2,3-hexanedione (for syn-
thesys), 1,2-diaminobenzene and dichloromethane were purchased from Merck
and SPE Octadecyl (C,g) columns N° 7020-02, volume 3 mL and packed with
200 mg of octadecylsilane per column were purchased from J. T. Baker.

Gas chromatograph with mass selective detector (GC/MS)
and analytical conditions

The GC/MS analyses were carried out using a Hewlett Packard model G
1800 A GC SYSTEM combined with Hewlett Packard mass selective detector
(range 45—425 Da) with autosampling and autoinjection (Hewlett Packard
6890). The GC separation was performed on a Hewlett Packard 5 MS (methyl
syloxane) column (30 x 0.25 pm and 0.25 pm film thickness). The carrier gas
was helium at constant flow rate 0.8 mL/min. The following GC temperature
program was used: injector and detector temperatures 250°C and 280°C, re-
spectively, initial temperature 50°C, without holding, temperature increase ra-
te: 40°C/min to 200°C, without holding at 200°C followed by 20°C/min to
280°C, and held at this temperature for 7.25 min. The whole cycle lasted for
15 min. The retention times of diacetyl, 2,3-pentanedione and 2,3-hexanedione
(internal standard) derivatives e.g. 2,3-dimethylquinoxaline, 2-ethyl-3-methyl-
quinoxaline and 2-methyl-3-"-propyl-quionoxaline under separation conditions
were: 4.60; 4.90 and 5.20 minutes, respectively. The injected sample volume
was 1.00 pL (in splitless mode). Quantification was performed by referring to
standard curves obtained from the analysis of known diacetyl and 2,3-penta-
nedione contents added to worts. 2,3-Dimethylquinoxaline and 2-ethyl-3-me-
thylquinoxaline peak area ratios to the internal standard were used for standard
curves and quantification.

Determination of diacetyl and 2,3-pentanedione contents
during fermentation

Diacetyl and 2,3-pentanedione contents were determined based on stan-
dard curves performed in aqueous solutions and worts containing 0.0050—
1.0000 mg/L of diacetyl and 0.0050—1.0000 mg/L of 2,3-pentanedione. 2,3-
-Hexanedione was used as internal standard. To achieve precise determination
of diacetyl and 2,3-pentanedione contents in the course of fermentation of dif-
ferent worts, for each wort composition (produced from malt and with 10, 20,
30, and 40% of corn grits) standard curves were prepared under identical con-
ditions as with the aqueous solutions. Diacetyl, 2,3-pentanedione and 2,3-he-
xanedione were derivatized with the aid of 1,2-diaminobenzene, yielding 2,3-
-dimethylquinoxaline, 2-ethyl-3-methylquinoxaline and 2-methyl-3-n-propyl-qui-
noxaline. Internal standard content in all determinations was 0.5000 mg/L.
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Diacetyl, 2,3-pentanedione and internal standard derivatives were extracted by
SPE columns and then measured by GC/MS. The procedure for diacetyl and
2,3-pentanedione quantitative determination was previously described by Pe -
jin et al. (2004).

Fermentation

Ten fermentations were performed: five at 8°C and five at 14°C using the
worts produced from malt and with 10, 20, 30 and 40% of corn grits. Each
fermentation was carried out using pure industrial yeast culture, deposited at
the Chair of Microbiology of the Faculty of Technology Novi Sad. Medium
for the inoculum growth was the wort prepared for each fermentation sepa-
rately, i.e. for the first fermentation the inoculum was propagated on the wort
produced from malt, and for other fermentations the inoculum was multiplied
in the wort containing 10, 20, 30 and 40% corn grits as a substitute for malt.
The wort was prepared according to the method for the determination of malt
extract-Congress mash (European Brewery Convention, Analytica — EBC,
1998). The worts containing corn grits were prepared by replacing part of the
malt with 10, 20, 30 and 40% of corn grits. After adding hops the wort was
cooled, aerated and inoculated under sterile conditions in the EBC fermenter.
After inoculation the count of cells in the EBC fermenter was 107 cells/mL.

Before preparation of wort, malt, hops and corn grits were analyzed for
usual quality technological parameters. During fermentation the following pa-
rameters were determined: real attenuation, colour, pH value and number of
yeast cells. Final beers were analyzed for usual quality technological parame-
ters (European Brewery Convention, Analytica — EBC, 1998).

2-methyl-3-n-propyl-quinoxaline
Abundance 5.20

2000000 -
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1200000 -
1000000 -
800000 1 2,3-Dimethylquinoxaline
600000 - 4.60
400000
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2-Ethyl-3-methylquinoxaline
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0 - " = i : -
Time> 420 440 460 480 500 520 540 560 580

Fig. 1. Total ion chromatogram (SIM mode) of diacetyl, 2,3-pentanedione
and internal standard derivatives extracted from fermenting wort
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RESULTS

In Figure 1 there is given the total ion chromatogram of diacetyl, 2,3-pen-
tanedione and internal standard derivatives extracted from fermenting wort.

Diacetyl and 2,3-pentanedione contents during fermentation

In Figures 2—5 there are given the cumulative results for diacetyl and
2,3-pentanedione contents in the course of fermentation at 8°C and 14°C and
maturation at 0°C of the worts produced from malt and with the addition of
10—40% of corn grits.

DISCUSSION

As can be seen from the presented results for diacetyl and 2,3-pentanedi-
one measured during the fermentation at 8°C, the contents of both compounds
increased to the fifth day of fermentation and then decreased to the end of the
fermentation process. With the increase in content of corn grits diacetyl and
2,3-pentanedione contents showed an increase, too. For example, the maximal
diacetyl and 2,3-pentanedione contents in the course of fermentation of the
wort produced from malt were 0.0285 mg/L for diacetyl and 0,0380 mg/L for
2,3-pentanedione, and in the fermentation of the wort with 10% of corn grits
maximal diacetyl content increased to 0.1081 mg/L and that of 2,3-pentanedio-
ne to 0.1425 mg/L. Thus, it can be concluded that the contents increased by
about 3—3.5 times. Further increase in the content of corn grits in the wort
caused an increase in the maximal diacetyl and 2,3-pentanedione contents by
about 10 times compared to those found in the fermentation of the wort produ-
ced from malt. In the fermentation of the wort produced with 30% of corn
grits diacetyl and 2,3-pentanedione contents increased by 15—20 times. The
highest values of diacetyl (0.4933 mg/L) and 2,3-pentanedione (0.6069 mg/L)
contents were obtained in the fermentation of the wort produced with 40% of
corn grits.

The results obtained for diacetyl and 2,3-pentanedione in the course of
fermentation at 14°C show that the contents of both compounds increased to
the third day of fermentation and then decreased to the end of the fermenta-
tion. With the increase in the content of corn grits in the wort, there increased
also the contents of the investigated compounds. Maximal diacetyl and 2,3-
-pentanedione contents in the fermentation of the wort produced from malt
were 0.0558 mg/L for diacetyl and 0.0787 mg/L for 2,3-pentanedione, while in
the fermentation of the wort produced with 10% of corn grits they increased to
0.2475 mg/L and 0.3460 mg/L, respectively, that is the contents increased by
about 6 times. In the fermentation of the wort containing 20% of corn grits the
maximal diacetyl and 2,3-pentanedione contents increased by about 8 times
compared with the fermentation of the wort produced from malt. With the
further increase in the content of corn grits (30%) in the wort diacetyl and
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2,3-pentanedione contents increased by about 12 times compared with the fer-
mentation of the wort produced from malt. The highest values of diacetyl and
2,3-pentanedione contents were obtained in the fermentation of the wort conta-
ining 40% of corn grits (0.6365 mg/L. for diacetyl and 0.8192 mg/L. for
2,3-pentanedione).

In all fermentation 2,3-pentanedione contents were significantly higher
compared with those of diacetyl. At the end of maturation, diacetyl and
2,3-pentanedione contents were below the flavour threshold (about 0.1 mg/L
for diacetyl and 1.0 mg/L for 2,3-pentanedione).

The increase in the fermentation temperature from 8°C to 14°C resulted
in the increased diacetyl and 2,3-pentanedione contents and these results are in
agreement with the findings reported in the literature (Garcia et al., 1994,
Landaud etal, 1998; Smogrovicova and Domény, 1999).

However, in the available literature no data could be found concerning
diacetyl and 2,3-pentanedione contents in the wort with partial substitution of
malt with corn grits.
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YTULAJ TEMITEPATYPE ®EPMEHTALIMJE N CACTABA
CJIIAJOBMHE HA DIACETYL M PENTADION V IIUBY

Jenena [. Iejun!, Onruua C. I'pyjuh!, Cunuina JI. Mapkos!,
Cynunua 1. Kouuh-Tanauxos!, Iparomy6 /. LiBetkosuh!, Mnuja J. TaHnarkos?
I Texnonowku daxkynrer, Yuusep3uter y Hosom Cany,

Bynesap Llapa Jlazapa 1, 21000 HoBu Can, Cpb6uja n Llpna I'opa
2 Makynrer TexHnukux Hayka, YHuBep3uter y Hosom Cany,

Tpr Hocureja O6pamosuha 6, 21000 Hosu Can, Cp6uja u LpnHa T'opa

Pesume

Juanetun u 2,3-TICHTAaHAWMOH CY Ba)KHE KOMIIOHEHTE CEeH30pPHUX OCOOMHA TTHBA.
VY pany je pazsujeHa GC/MS mertona 3a oapehuBarbe canpikaja auaneTwaa v 2,3-meH-
tanguoHa. OBa MeTolna je mpuMereHa 3a onpehuBarbe caapikaja avaueTviaa v 2,3-
-MIeHTaHIMOHA TOKOM (hepMeHTalvje nrBa (m1aBHe W HakHanmHe). [1aBHe (epmeHTa-
uMje cy u3BoljeHe Ha pasauuuTuM Temreparypama (8 u 14°C). depmeHTaLje Cy W3-
BoheHe YuCTOM KYIATYpoM Saccharomyces cerevisiae IpUNPEeMaHOM 3a CBaKy (epmeH-
tauujy. TemmnepaTypa miaBHe epMeHTallMje UMaJla je 3HauajaH yTUIlaj Ha HacTajare U
penyKuujy auauetusia u 2,3-rieHTaHauoHa. bp3uHe HacTajamba M pelyKLMje cy ce Io-
BehaBasie ca moBMIIEH-EM TeMIlepaType maBHe depMmeHTauuje. Caapkaju aualeTuia u
2,3-TIeHTaHAMOHA Cy OWJIM BUILIM ca TOBUILCHEM caipikaja KyKypy3He kpynuiie. Haj-
BUILIE BPEIHOCTU cajipKaja aualeTuia U 2,3-TMeHTaHIMOHA TOKOM ¢epMeHTaluja Ha
8°C mobGujeHe cy y depmeHTauuju ciagopude ca 40% kykypyshe kpymwuie (0,4933
mg/l 3a muatetwn u 0,6069 mg/l 3a 2,3-nmeHtaHaroH). HajBuiie BpeqHOCTH campikaja
IuaneTuaa U 2,3-nmeHTaHaMoHa TokoM (epmeHTanuja Ha 14°C mobujeHe cy y dhepMeH-
taumju ciaanoBuHe ca 40% kykypysne kpynuie (0,6365 mg/l 3a nuauerun u 0,8192
mg/l 3a 2,3-neHrannnoH). Jobujenu canpxaju 2,3-neHTaHAMOHa OWUJIU CY 3HATHO BU-
1A Ol campikaja nualeTuna y cBuM depmeHtauujama. Ha kpajy cBux (epmeHTaiuja
camp:Kaju auaueTwia U 2,3-TIeHTaHAMOHA Cy OWIM HUXKM OJ IIpara OCeT/bMBOCTU YKyca
(3a mmuanerun oko 0,1 mg/l, a 3a 2,3-nenrananon oko 1,0 mg/l). GC/MS metona 3a
onpehuBame nuaietuiaa v 2,3-neHTaHAMOHA je Oula 3HauyajHa 3a aHAIM3Uparbe YTHU-
1Iaja cacraBa CJIaJOBMHE WIM ycJioBa (depMeHTallWje Kao IITO je TeMIepaTypa IJIaBHE
depMeHTanyje.
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INVESTIGATION OF ZINC BIOSORPTION
BY BREWER’S YEAST CELLS

ABSTRACT: The highest amount of zinc (= 90%) is bound after 3 hrs of contact at
low initial (total) concentrations of zinc in suspension of yeast, 10—100 mg/l at 10—30°C.
The equilibrium between bound and free zinc ions is established after 6 hrs of contact time,
independently on the total zinc concentration in yeast milk. No bigger changes of content of
zinc bound to brewer’s yeast cells was determined at temperatures 10°C and 30°C. 40% of
bound zinc in the equilibrium state is bound during the first 15 min of contact of zinc ions
and brewer’s yeast cells at all initial (total) zinc concentrations in suspension of yeast both
at 10°C and 30°C. The “KEKAM?” equation can be used for the description of kinetics of
zinc biosorption by waste brewer’s yeast cells, for the ranges of zinc concentration 10—100
mg/l at 30°C (mean correlation coefficient 0,96) and 60,0—100 mg/l at 10°C (mean corre-
lation coefficient 0,95).

KEY WORDS: Biosorption, “KEKAM”, waste brewer’s yeast, zinc

INTRODUCTION

Biosorption is the capability of dead biomass, mostly of microbiological
origin, to bind and accumulate metals from relatively dilute solutions. Of spe-
cial interest are “industrial” heavy metals for their toxicity in the environment
or metals of technological interest. Regarding the microbiologic biomass, the
ones available in bigger amounts are more important. The activities of indu-
strial fermentation are often connected with the problem of waste removal, i.d.
use of biomass. The biosorption involves the phenomena connected with the
biomass and metal ions, when the concentration of those ions in the media is
higher than physiologically necessary for certain microorganism. Biosorption
is the accumulation of metals without the active binding by cells (Volesky,
1994). The conditions of culture growth may affect the metal uptake capacity
which is for non-living and live yeast cells Zn > (Cd) > U > Cu and Zn > Cu
> (Cd) > U, respectively (Volesky, May-Philips, 1995). Due to the
complex structure of microorganisms there is a number of ways of metal bin-
ding to the cells (Veglio, Beolchini, 1997). Two widely accepted mo-
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dels of absorption isothermes can be linearized, as recommended by Langmuir
and Freundlich (Volesky, 1994). Both models while capable of describing
many biosorption isotherms can hardly have a meaningful physical interpreta-
tion in biosorption. However, the parameters of these models are not accepta-
ble for the accurate physical interpretation. In addition to equilibrium studies,
the kinetics of biosorption has to be determined in order to establish the time
course of the metal uptake. Rapid uptake of the metal by the biosorbent is de-
sirable providing for a short solution-biosorbent contact time in the actual pro-
cess. The type and dimensions of the contact equipment depend on the contact
time, further directly affecting the total and processing price of the process.
The equilibrium and kinetic characterization of biosorbent material are also
important for the quantitative investigation of its characteristics and for the
process design (Volesky, 1991). Topochemical reactions are localized at the
surface of active centres of solid career. A group of Russian scientists has de-
veloped a global kinetic equiation known as “KEKAM” (Kolmogorov-Erofe-
ev-Kozeeva-Avrami-Mampel), which can describe the topochemical reactions
(Avrami, 1939, 1940). The paper presents the investigation of kinetics mo-
del of zinc ion biosorption by waste yeast from brewery (waste brewer’s
yeast), in the range of zinc concentration 1,0—15,0 g/l at 10°C and 30°C. The
global kinetic equation which can describe the topochemical reactions “KE-
KAM” was used.

MATERIALS AND METHODS

Waste brewer’s yeast, purchased directly in a national brewery, kept at
+4°C, was used for the preparation suspension of yeast. The content of dry bi-
omass of the yeast was determined by drying till constant mass and was
30,8%. The final content of dry biomass in the prepared suspension of yeast
was 20 g/l. Zinc solution, was added to suspension of yeast till the final zinc
concentration amounting 10,0; 20,0; 30,0; 40,0; 60,0; 80,0 and 100,0 mg/l.
ZnSO, x 7 H,0 (Merck) and bidistilled water were used for the preparation of
the solution, which was sterilized by filtration (0,22 sssmm). The percentage
of non-living brewer’s yeast cells was determined by microscoping of cells in
0,01% solution of methylene blue. The non-living cells were dark blue colou-
red, while the live ones were non-dyed or very light blue. The percentage of
dead cells was 1,5%, meaning that live cells of brewer’s yeast were used. The
pH value of the prepared yeast milk was 4,4—4,6, and was not corrected. This
value enables the presence of zinc in the form of Zn?** ions in the suspension
of yeast. Aliquots of 50 ml of prepared suspension of yeast with known zinc
concentrations were poored into 100 ml plastic Erlenmayer flasks. Incubation
was performed on the rotary shaker at 30°C and 150 rpm. Lower temperature
of incubation, 10°C, was used for suspension of yeast samples containing
60,0; 80,0 and 100,0 mg/l of total zinc. 5 ml of suspension of yeast samples
were taken for every zinc concentration and incubated 0,25; 0,5; 1; 3 and 24
hrs. Each sample was analyzed in three replications. The samples were filtered
(0,45 sssmm) and the obtained filtrates analyzed for residual zinc content. Wet
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digestion method was used for the preparation of samples in mixture of cc
H,SO, and cc HNO, (Gorsuch, 1970). The zinc content was determined by
atomic absorption spectrophotometry (Varian AA10, Australia). All chemicals
used for atomic absorption spectrophotometry were ultra-pure grade (“Supra-
pur”, Merck). The content of zinc bound by brewer’s yeast cells (Veglio et
al., 1997) is expressed by the equation: q = (C,—C,) / X, where:

q — content of bound zinc (mg/g d.m.), Co — content of total zinc (mg/l), Ce
— content of free zinc (mg/l), X — content of dry biomass (g/l). The degree
of biosorption of zinc by yeast cells is expressed as (KnezZevic¢ et al.,
1998): o = g/ .. Where: o — degree of biosorption, ¢ — content of bound
zinc (mg/g d.m.), q,,, — maximal content of bound zinc to yeast cells as the
value after 24 h incubation (mg/g dm). The linear form of “KEKAM” equation
was used for the processing of experimental data:

In -In I-a)) =Ink +nint
In the In (-In (I-a)) — Int system “KEKAM” equation represents a straight li-

ne. The parameters Ink and n can be determined from the cut and slope and of
the given function, respectively.

RESULTS AND DISCUSSION

The kinetics of zinc ions binding by yeast cells is presented in Figure 1,
at different total (initial) content of zinc in suspension of yeast, at 30°C and
10°C. The kinetic curves can be divided into three parts: the first part is linear,
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Figure 1. Kinetics of zinc ion binding to yeast cells at 30°C
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the amount of bound zinc is increasing proportionally with time, the second
part, where the increase of bound zinc amount is very slight and the third —
equilibrium part, when the biosorption is not time-dependent.

The largest amount of zinc ions (= 90%) is bound within the first 3 hrs
of contact, at all initial (total) zinc concentrations in the suspension of yeast.
The equilibrium between the bound and free zinc ions was established after 6
hrs of contact, independently on the total zinc concentration in suspension of
yeast. The change of total zinc content for yeast biomass in the last 24 hrs of
contact was insignificant. The biosorption was also investigated at 10°C for to-
tal zinc concentrations 60, 80 and 100 mg/l in suspension of yeast. The aim
was to determine the influence of temperature on the biosorption of zinc ions
by yeast cells. The results show that the difference between trials at 10°C and
30°C was rather insignificant. This finding is in accordance with literature data
(Failla et al., 1976), which state that temperature range 4—40°C has no
significant influence on biosorption, i.d. binding of metal ions to yeast cells
surface. At all initial (total) zinc concentrations in suspension of yeast, both at
10°C and 30°C, 40% of final uptake of zinc (equilibrium) was bound within
the first 15 min of contact. Figure 2 presents the kinetic curves o = f (t), obtai-
ned by using the experimental results, degree of biosorption and time of con-
tact at 30°C and 10°C, respectively. The kinetic curves are of sigmoidal cha-
racter, and belong to the family of curves with zero initial rate. The presented
kinetic curves are the initial bases for the investigation of topochemical reac-
tions.

1.0 1 —
| .%'
: 0.8 ‘/‘ —
£ . ) —u— 10,0
g —e— 20,0
g —Aa— 30,0
= —v— 40,0
a —e— 60,0
3 0.2 —+— 800
—x—100,0
0.0
rya

¥ I R I b I ¥ I ¥ I I " LA I f I . L}

-1 0 1 2 3 4 5 6 23 24 25
time (h)

Figure 2. Dependence of biosorption level on incubation time of suspension of yeast at 30°C

The results presented in Figure 3, and the kinetic parameters and correla-
tion coefficients given in Table 1, lead to the conclusion that the linearization
of “KEKAM?” equation is acceptable for the experimental results. This means
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that the theory of topochemical reactions can be used for the description of
flow of zinc ions biosorption by brewer’s yeast cells, in experimental conditi-
ons used during this work. Reproducibility of the “0” samples analyses, ex-
pressed as relative standard deviation (average value) was 3,9%. During the bi-
osorption the analyses reproducibility was not changed significantly.

Table 1. Kinetic parameters, correlation coefficient and standard deviation for “KEKAM” equa-
tion

Range content  Temperature of K I Correlation Standard

of zinc [mg/l] incubation [°C] coefficient deviation [%]
10,0—100,0 30 1,38 0,588 0,96 39
60,0—100,0 10 1,38 0,586 0,95 3.8

Evaluation of the equilibrium sorption performance needs to be supple-
mented by process-oriented studies of its kinetics and eventually by dynamic
continuous-flow tests. The rate of the sorption process, together with the
hydrodynamic parameters, determines the size of the contact equipment. Reac-
tion engineering concepts apply for the experimental approach leading to
expressing the values of key process parameters used for comparative, process
design and scale-up purposes. The most widely used contacting device for
sorption processes is the fixed-bed reactor configuration and its modifications.
The principles and methodology of deriving and evaluating the key process
parameters have been dealt with extensively in the chemical engineering litera-
ture (Volesky, 1994). The values of kinetic parameters for “KEKAM”
equation, for both incubation temperatures, confirm that temperature does not
affect the kinetic of zinc ions biosorption by waste brewer’s yeast cells, in the
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Figure 3. Linearized “KEKAM?” equation for the range of zinc concentrations
10—100 mg/l at 30°C
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mentioned experimental conditions. It is important to mention that the condi-
tions (medium) of yeast culture growth (obtaining of biomass), significantly
affect the “physiological state” of yeast cells influencing further the possibility
of heavy metals binding.? Therefore, it is difficult to compare the *“yield of
biosorption” with the literature data, since it is hardly possible to perform the
trial under the same conditions, as well as to find biomass in the appropriate
“physiological state”.

CONCLUSION

The dynamic equilibrium between the free zinc ions in suspension of
yeast and ions bound by brewer’s yeast cells is established after 6 hrs of incu-
bation in all zinc concentrations investigated. After 3 h of incubation, for all
total zinc concetrations in suspension of yeast, the (» 90%) of maximal amo-
unt of bound zinc is bound by brewer’s yeast cells. No significant change of
bound zinc ions content was estimated in the temperature range 10—30°C, e.g.
in these trial conditions the temperature does not affect the biosorption. The li-
nearization of “KEKAM” equation is satisfactory for the obtained experi-
mental results (mean correlation coefficient 0,96). This means that the theory
of topochemical reactions can be applied (used) for the description of zinc ions
adsorption to brewer’s yeast cells in zinc concentration range 10—100 mg/Il, at
incubation temperature 30°C. The “KEKAM” equation can be used as well for
the description of kinetics of biosorption for the zinc concetration interval
60—100 mg/l in brewer’s yeast cell at 10°C.
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NCITUTUBAKE BUOCOPITLHUIE JOHA LIMHKA
hEJIMJAMA IMMBCKOI' KBACLHA

Cunuma H. Honuh, CreBan /l. Ilomnos, Jenena M. lonuh
Texnonowku ¢akyarer, byneap Llapa Jlazapa, 1, 21000 Hosu Capn

Pe3ume

Y pany je ucnuTvBaHa OMOCOpIIIMja joHA LMHKA heaurjaMa MUBCKOT KBacua (OT-
MagHU MHUBCKM KBacall M3 jenHe momahe ImBape) y MHTEpBally KOHIIEHTpallMje joHa
urHka on 10 no 100 mg/l y cycreH3uju MMBCKOT KBaclia ca KOHLIEHTPALMjOM CyBe Ou-
omace nuBckor kBacua 20 g/l (Bpennoct pH 4.5), Ha temneparypama 10°C u 30°C.
KonnunHa cnobomHor 1MHKa y CYCNeH3Uju MMBCKOT KBaclia ofpehuBaHa je aTOMCKUM
aricoprimonuM criekrpooromerpom (Varian A10, Australia). Hakon 3 h koHTakTa
henuja MMBCKOT KBaclia M jOHOBa LIMHKA, OKO 90% YKyITHEe KOJIMYMHE LIMHKA CE BEKE
3a henmje MUBCKOT KBaclla M TO Ha oOe WMCIUTHBaHE TeMIlepaType. PaBHOTEKHO cTa-
e, u3Mely BezaHor nuMHKa 3a henuje MUBCKOT KBacla M CI00OJHMX jOHOBA IIMHKA Y
CYCITeH3HjH, YCIOCTaB/ba c€ HAaKOH 6 h KoHTakTa. Y Torjieny KOJUYrMHe Be3aHOT IIMHKA
3a heiuje MMBCKOI KBaclia HeMa 3HavajHe pasivke Ha temrneparypu 10°C u 30°C. Ha-
KOH 15 MUHyTa KOHTakKTa 3a hejiMje MMBCKOT KBaclia Bexe ce oko 40% yKyImHe KOJIM-
YUHE 1IMHKA MPUCYTHE Y CYCMEH3UjU, U TO Ha 00e UCrUTHBaHe Temreparype. KuHetu-
Ka OmocopIyje joHa IMHKa henrujaMa IMMBCKOT KBaclla, IO YCJIOBUMa IPUMEHheHUM
y oBOM pany, moxke ce onucatu ,,KEKAM” jennaunHoM: In (-In (I- o)) = Ink + n In t;
rIe je o — crerneH OMOoCOpIIje joHa IIMHKA (OIHOC KOJWYMHE BEe3aHOT IIMHKAa M3pa-
JKE€He TI0 rpaMy CyBe MaTepMje TMBCKOT KBaclla Y HEKOM BpeMeHY t U MaKCUMaJlHe KO-
JIMUMHE BE3aHOTI LIMHKa M3paKeHe 10 rpaMy CyBe MaTepuje MUBCKOT KBaclla Koja ce
ocTBapyje HakoH 24 h KoHTakTa), t — BpeMe KOHTakTa, K U n — KMHETUYKHU Mapame-
Tpu Guocopmnumje. [IpyMeHOM HaBeleHe jeMHaYMHEe, Y UCITUTUBAHOM WHTEPBATy KOH-
LeHTpallija joHa LIMHKA Yy CYCIEH3MjU MUBCKOI KBaclia, Ha TemmepaTypu om 30°C
ocTBapyje ce koehunujeHT Kopenamuje 0,96, a Ha Temmneparypu on 10°C ocTBapyje ce
koeduuujeHT Kopenauuje 0,95.
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ACTIVATION OF WASTE BREWER’S YEAST
SACCHAROMYCES CEREVISIAE FOR
BREAD PRODUCTION

ABSTRACT: The waste brewer’s yeast S. cerevisiae (activated and non-activated)
was compared with the commercial baker’s yeast regarding the volume of developed gas in
dough, volume and freshness stability of produced bread. The activation of waste brewer’s
yeast resulted in the increased volume of developed gas in dough by 100% compared to
non-activated brewer’s yeast, and the obtained bread is of more stable freshness compared
to bread produced with baker’s yeast. The activation of BY affects positively the quality of
produced bread regarding bread volume. The volume of developed gas in dough prepared
with the use of non-activated BY was not sufficient, therefore, it should not be used as fer-
mentation agent, but only as an additive in bread production process for bread freshness
preservation. Intense mixing of dough results in more compressible crumb 48 hrs after ba-
king compared to high-speed mixing.

KEY WORDS: activation, baker’s yeast, bread, waste brewer’s yeast

INTRODUCTION

Brewer’s yeast (BY) as the by-product in brewery ends mostly in waste
waters, both in the world and our country (Baras, 1991). The chemical
oxygen consumption of waste brewer’s yeast (WBY) is about 5,30 g/l, therefo-
re this by-product is considered to be one of the greatest pollutants of the en-
vironment (Kunze, 1998). WBY is used as feed, in pharmaceutical industry
(production of ergosterol, enzymes, nucleic acids, amino acids and B group vi-
tamins), in fermentation industry (yeast autolysate as additive to media) and in
food industry (food additive) (Pepler, 1970). Due to high content of prote-
ins, B-complex vitamins and minerals, BY is very important in food proces-
sing industry. The flavor of WBY is very bitter and the direct use in food
industry would affect negatively the sensory characteristics of food products.
The bitterness originates from the presence of resin and tannins adsorbed to
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the cell surface, in the fermentation step during beer production (Nand,
1987). Therefore, the debittering of WBY 1is necessary before it can be used in
food industry (Kunze, 1998). No available literature data were found on the
use of waste BY as the leavening agent for dough in bakery industry. Our
brewing industry produces about 6.000 t of waste yeast per year, with cca 15%
dry matter. At the same time, the use of baker’s yeast is sbout 50.000 t. It can
be assumed that bakery products of similar quality could be produced with do-
uble portion of BY in the composition of dough. WBY could be used in
bakery industry after appropriate processing. Only 3% of used baker’s yeast
would be replaced by waste brewer’s yeast, however, the decrease of dumping
problem of WBY would be a significant contribution to environmental protec-
tion. The direct use of debittered BY as dough component does not result in
appropriate effects, so it is necessary to activate the brewer’s yeast in suitable
media. The aerobic procedure activates the enzyme complex of BY cells, ena-
bling the fermentation and dough rising (D odi¢, 2002). The paper presents
the investigation of possible use of WBY (Saccharomyces. cerrevisiae) as raw
material for bread production. BY was compared to commercial baker’s yeast
regarding the volume of developed gas in dough and some characteristics of
bread, as final product.

MATERIAL AND METHODS

BY Saccharomyces. cerrevisiae (waste yeast from a domestic brewery)
and commercial pressed baker’s yeast Saccharomyces. cerrevisiae with 27% of
dry matter (“Fermin”, Senta, Serbia and Montenegro) were used for the inve-
stigations. BY was debittered using 2N solution of NaOH (N and, 1987) and
separated by centrifugation, 20 min at 7000 rpm (Westfalia separator). After
the separation, the dry matter content of BY biomass was 27%. In our previo-
us investigations of waste brewer’s yeast revitalization for use in baking
industry, the optimization process, which included composition of medium,
process parameters and fermentation technique, was developed. The activation
of WBY for use in bread production, applied in this work, was also defined.
The debittered BY was activated for 45 min in media containing 5% (m/v) of
malt extract (obtained from a domestic brewery, 80% dry matter, out of which
65% of sugars) at 30°C, mixing rate 300 rpm and specific aeration rate 4,5 1/1
min (Dodi¢, 2002). The activation was performed in the laboratory fermen-
tor Chemap-Pec (Mannedorf, Swiss), working volume 10 1. The biomass of
BY was centrifuged for 20 min at 7000 rpm (Westfalia separator) to the final
dry matter content of 27%. The investigated yeasts were: non-activated BY,
activated BY and control baker’s yeast. Dough was mixed in farinograph
mixer (Brabender, OHG, Duisburg, Germany), using 100% of white flour, 2%
of salt, 2% of baker’s yeast or 8% of non-activated BY or 8% of activated BY
and water in an amount necessary for the achieving of constant dough con-
sistency of 500 FU (farinologic units) after 5 min of mixing. The dynamics
and volume of gas developed in the dough were determined using the fermen-
tograph (Brabender, OHG, Duisburg, Germany) according to the recommenda-
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tions given by the producer. Dough samples (flour 100%, yeast 2%, table salt
2%, vegetable fat 0.7%, and water according to farinographic water absorp-
tion) were prepared using the intense mixing process (mixer Stephan, 100 s,
1400 rpm, dough fermentation in mass 10 min) and high-speed mixing process
(kneading machine DIOSNA, 1 min at 8§ rpm and 7 min at 120 rpm, dough
fermentation in mass 60 min). Bread was baked at 230+5°C for 30 min. The
weight of bread was 500 g. Important elements for quality evaluation are: vo-
lume of bread and compressibility of crumb, e.g. freshness stability of bread
for a certain period after baking. Crumb compressibility of bread samples pre-
pared with the investigated yeasts was evaluated on the basis of PN, as the
measure of compressibility, 8, 24 and 48 hrs after baking. The PN of crumb
was determined with SUR Penetrometar (PNR 6) as the mean value of PN de-
termined at 3 places on the cross section of bread Jancié, Beleslin,
1979). Bread volume was determined by volume meter with millet (Instrumen-
taria, Zagreb, Hrvatska), 24 hours after the baking. All determinations were
performed in triplicate. The standard error and T-test were analyzed. MS Ori-
gin program was used for data analysis.

RESULTS AND DISCUSSION

BY was evaluated on the basis of influence on dough properties and
stability of bread freshness. Dough properties defined by gas developing dyna-
mics (ml CO,) during fermentation were registered on fermentograph, while

600
—m— Nonactivated brewers yeast

550 _g— Activated brewers yeast
500 1 —A— Comercial bakers yeast

450 -
400 -
350 -
300 -
250 -
200 -

150 - _,,//”’///////
100
50

Developed gas volume (ml CO,)

o+
0 10 20 30 40 50 60 70 80 90

Fermentation time (min)

Figure 1. Change of developed gas volume (ml CO,) during fermentation of dough
prepared with different kinds of yeasts

249



bread freshness stability was monitored on the basis of crumb compressibility
and volume of bread obtained during experimental baking. The fermentative
activity of the investigated yeasts during dough fermentation, registered on fer-
mentograph, are presented in Figure 1.

The increase of developed gas volume (ml CO,) during dough fermenta-
tion was registered for all kinds of investigated yeasts. However, the develo-
ped gas volume in dough prepared with the use of non-activated BY is rather
small, after 30 min and 90 min of fermentation the developed gas volume of
this sample was by 60% e.g. 50% smaller compared to dough prepared with
control baker’s yeast. The use of activated BY resulted in significantly increa-
sed gas voume, practically by 100%, in dough prepared with this sample, com-
pared to dough prepared with non-activated BY. Most probably the activation
of BY resulted in shorter or lack of lag phase during fermentation of dough.
The volume of developed gas after 30 min of fermentation of dough prepared
with activated BY is by 10% smaller compared to dough made with baker’s
yeast (control), and after 90 min of fermentation the difference was less than
5%. Regarding the technological aspect, the minimal difference in volume of
developed gas during fermentation of dough prepared with activated BY and
control baker’s yeast, is no barrier for the use of activated BY in production of
appropriate quality bread. The activation of BY results in the activation of
enzyme cell complex, necessary for the fermentation of fermentable sugars in
flour and development of sufficient amount of CO, that affects directly and
significantly the quality of dough and of bread, as final product. The quality of
bread samples made with baker’s, activated and non-activated BY by intense
and high-speed mixing was evaluated through bread volume (Fig. 2).

3000
Bakers yeast
o Activated brewers yeast
2500 + XA Nonactivated brewers yeast
E 2000
) ] \
S \ /
S 1500 — /
it
=]
E 1 \ SRS
S 1000 /\ 5K
<
> E /\ &
&
500 / % / \
\ / \ 3
0 LXK R

Intense mixing High-speed mixing
Mixing of bread dough

Figure 2. Volume of bread samples made with baker’s, activated and non-activated
brewer’s yeast by intense and high-speed mixing
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Volume of bread samples made applying the intense mixing process, with
activated and non-activated BY was by 15% e.g. 40% smaller compared to
bread made with baker’s yeast. The activation of BY results in improved bread
quality, regarding bread volume. Applying the high-speed mixing process and
using the three kinds of investigated yeasts, somewhat lower values were fo-
und for bread volume, in average by about 10%, compared to the bread made
applying the intense mixing process. The activation of BY affects positively
the bread quality in this case as well. The influence of BY use on crumb
compressibility, evaluated by PN of samples determined 8, 24 and 48 hours
after baking is presented in Figures 3 and 4.

200 - L
Intense mixing
—®— Bred with bakers yeast
—A— Bread with nonactivated brewers yeast
15 —w— Bread with activated yeast
:E N
[&] 100+ .\'
e .
A
\‘
50
0 T 'I T I T I T 'I T l T I
0 8 16 24 32 40 48

Time after baking (h)

Figure 3. Change of PN of bread with time after baking of dough prepared
by intense mixing

The results presented in Figure 3 show that the PN values of bread sam-
ples, 8 hours after baking of dough obtained by intense mixing, and with the
use of activated BY and baker’s yeast are similar. On the basis of this finding,
it can be concluded that crumb compressibility of bread made with activated
BY, determined 8 hours after baking, e.g. bread freshness is almost the same
as of control bread prepared with baker’s yeast. The use of activated BY in the
high-speed mixing of dough, results in slower decrease of PN, in the period 8
to 24 hours after baking. The PV of control bread decreased by about 45%
and of bread with activated BY by about 30% compared to values measured 8
hours after baking. The slower aging is a very important characteristic of
bread made with the use of activated BY. The analysis of RV change in the
subsequent period (24—48 hours after baking) shows that freshness stability of
bread made with activated BY is significantly pronounced, e.g. the aging of
this bread sample is clearly slower compared to bread samples made with ba-
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Figure 4. Change of PV after baking of bread samples prepared by high-speed mixing

ker’s yeast. Bread made with the use of non-activated brewer’s yeast is charac-
terized by slower aging compared to bread made with baker’s yeast. However,
the shortage of brewer’s yeast use is the insufficient volume of developed gas
in dough.

The PV of dough prepared by high-speed mixing process, are in average
by 25% lower compared to intense mixing. The PV of bread (8 hours after ba-
king) made by high-speed mixing, with activated BY, is similar to control
bread with baker’s yeast. So, the crumb compressibility of bread made with
activated BY and of control bread are almost the same. Bread made with
non-activated BY is characterized by a tougher crumb e.g. aging is more pro-
nounced compared to bread with activated BY and control bread (measured 8
hours after baking). 24 hours after baking, the PV of control bread and of
bread with non-activated BY decreases by about 40%, and of bread with acti-
vated BY by about 30% of the value determined 8 hours after baking. This
confirms the conclusion from the experiment with the use of intense mixing,
i.d. that crumb compressibility is more expressed in control bread compared to
bread with activated BY. In the subsequent period after baking (24—48 ho-
urs), the dynamics of PV decrease is almost the same for all three bread sam-
ples. The biggest crumb compressibility was again found in bread with activa-
ted BY, followed by control bread, and bread with non-activated BY, at the
end. The mean values of developed gas volume in dough were analyzed
(T-test), as well as the standard error of developed gas volume during fermen-
tation (90 min) (Table 1) and of PV, e.g. crumb ST of bread samples prepared
with the investigated yeasts. No significant difference (significance factor 0,05)
was found in developed gas volume during 90 min of fermentation when ba-
ker’s yeast and activated BY were used. However, the volume of developed
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gas during fermentation of dough prepared with non-activated BY is signifi-
cantly different (significance factor 0,01) compared to other two bread sam-
ples. Values of standard measuring error of developed gas volume of dough,
bread volume and PV of crumb are in acceptable range.

Table 1. T-test and standard error (+%) during determination of developed gas volume, bread vo-
lume and PV.

T — test Standard error (%)
Intense mixing High-speed mixing
Penetrometric number

Fermentographic investigation

U K . Fermentation
zoral Baker’s %ctlvat?d of bread brrg?ll q Time after baking (h) b;;lld
yeast re:;esi $  dough (min)
y 30 60 90 8 24 48 8 24 48
Baker's yeast —  — 31 30 34 09 28 30 31 25 23 26 08
bNonaCt’lvated oo % 34 31 33 1,1 24 29 24 24 30 28 09
rewer’s yeast
Activated NS _ 29 32 31 12 26 28 22 24 29 30 09

brewer’s yeast

All determinations were performed in triplicate.

CONCLUSIONS

On the basis of the analysis of results obtained in this work, the follow-
ing can be concluded: The fermentative activity of debittered BY (from bre-
wery) without activation is not satisfactory in dough compared to commercial
baker’s yeast, so this yeast can be used as the additive for bread stability (fres-
hness) improvement. The use of activated BY (45 min in media with 5%
(m/v) at 30°C, 300 rpm, specific aeration rate 4,5 I/l min) results in an increa-
sed developed gas volume in dough by about 100% compared to non-activated
brewer’s yeast, but the developed gas volume is by 5—10% smaller compared
to dough made with commercial baker’s yeast. The activation of BY affects
positively the quality of bread regarding the volume of the final product. The
use of activated BY in bread production affects positively the crumb ST, e.g.
freshness stability preservation.
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AKTUBALMIJA OTIHAAHOI MMBCKOI' KBACLA
SACCHAROMYCES CEREVISIAE 3A TIPUMEHY VY ITPOU3BOAMBU XJTEBA

CreBan [I. INonos, Cunnma H. Jonuh, Jacna C. Mactuiosuh,
Jenena M. Hdomwh, JoBanka B. Ilomos-Pamuh*
Texnonowku ¢akyarer, Hosu Can
* [ToswonpuBpenHu ¢akynret, beorpan

Pesnme

W3BplueHa je oleHa OTMagHOT MUBCKOT KBacua Saccharomyces cerevisae (aKTu-
BUPAHOT W HEAKTUBUPAHOT) Y OJHOCY Ha KOMEpLMjaJIHU MEeKapCKU KBacall ca acleKTa
3arpeMrHe pa3BUjeHOT Traca y XJIeOHOM TecTy, 3alipeMHUHE U OIPYKUBOCTU CBEKHUHE
npousBenaeHor xjeba. I[locTynkoM akTuBalMje OTHAAHOr MUMBCKOI KBaclla 3alpeMMHA
pa3BujeHOr raca y xjebHom tecty ce nosehasa 3a oko 100% y ogHOCy Ha HEaKTUBU-
paH MUBCKU KBacall U go0uja ce xjed ca IMOCTOjaHMjOM CBEKMHOM Y OJHOCY Ha XJIe0
ca TieKkapckuM KBactieM. ITocTymak akTuBallMje MMBCKOT KBaclia TO3WTUBHO YTHYE Ha
KBaJINTET MPOM3BEICHOr Xxjeba U TO ca aclekTa 3ampeMuHe xjieda. HeakTuBupaH nus-
CKM KBacall He J1aje MOoTpeOHy 3alpeMUHy pa3BUjEHOT Taca y XJIeOHOM TeCTy U He MO-
K€ Ce KOPHUCTUTU Kao CPEACTBO 3a AM3akhe TecTa Hero caMo Kao aJuTUB Yy MPOMU3-
BOMHM Xjie0a y LIMJbY OJp)Karba CBEXXMHE Xiieba. MHTeH3MBHU 3aMec XJIeOHOT TecTa
Jlaje CTUILJBMBUjY CpelMHy Xjieba TOKOM 48 h HaKoH IMeuera y OJHOCY HAa OP30XOAHU
3amec.
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MACROELEMENTS AND HEAVY METALS
IN SOME LIGNICOLOUS AND TERICOLOUS FUNGI

ABSTRACT: Considering the importance of Basidiomycotina fungi as bioindicators
and the increasing tendency of air and soil contamination nowadays, content of macroele-
ments: N, P, K, Ca, Mg and Na, and some of heavy metals (microelements): Fe, Pb, Cu,
Cr, Zn in sporocarps of 22 species of macrofungi from National park Frushka Gora was
analyzed in this work. The majority of them are lignicolous species from the class:
Homobasidiomycetes order: Aphyllophorales s. lato and two of them belong to subdivision
Ascomycotina. Special attention was given to the medically important fungal species widely
distributed in this area: Ganoderma lucidum, Ganoderma applanatum, Coriolus. versicolor,
Flammulina velutipes, Meripilus giganteus and Omphalotus olearius. Since fungi uptake
macro- and microelements from the substrate, the soil and tree samples were also analyzed.
The aim of this study was to determine the common concentration data of these elements in
unpolluted area. According to the obtained results, fungi tended to accumulate K, P and N
with lower variability recorded than that for Ca, Mg and Na due to essential importance of
these elements in fungal metabolic processes, independently from ecological group affilia-
tion and habitats. The analysing substrate (wood) contain higher concentration of Ca and Pb
in relevance to fungi. As a result of transfer factors (TFs) that were estimated from the ratio
of “concentration in fungi on dry weight basis” to “concentration in the tree or soil on dry
weight basis” analyzed fungi tended to accumulate Cu and Zn, and partially Cr. Among the
species that accumulate microelements the following species could be emphasized: Meripi-
lus giganteus (exept for Zn), Schizophyllum commune (except for Pb), Ganoderma applana-
tum (except for Fe and Zn). Superaccumulators of Fe were the lignicolous, medically imor-
tant species M. giganteus, G. lucidum, Sch. commune, and tericolous ones: C. atramentari-
us, F. velutipes, and P. vernalis. Good Cu accumalators were tericolous species: Psathyrella
vernalis, Morchella vulgaris, and Coprinus atramentarius, then the species possesing the
rhizomorphs: Armillaria polymyces and Omphalotus olearius, and finally lignicolous speci-
es: Ganoderma applanatum and Pseudotrametes gibbosa. The highest accumulation of Zn
was recorded for the species Schizophyllum commune, while the fungal species expressed
the smallest tendency of accumulation of Pb, except one tericolous, saprophytic species C.
atramentarius. The greatest accumulation of Cr was found in tericolous species especially
C. atramentarius, t00.

Statistical cluster analysis classified fungi mostly by location, by which the urban site
is distinguished from the others, where the analyzed tericolous species were found. These
data indicate that the accumulation ability is not only genetically coded, but also influenced
by environmental factors. This data could be used in toxicology, pharmacology and envi-
ronmental protection.

KEY WORDS: Basidiomycotina, bioindication, Frushka Gora, fungi, heavy metals,
macroelements, sporocarps
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INTRODUCTION

Fungi are ubiquitous in natural environments and important in industrial
processes, which, together with other microbial groups can accumulate metals
and radionuclides from their external environment by means of the physico-
chemical and biological mechanisms. The principal factors influencing the ac-
cumulation of heavy metals in macrofungi are environmental factors (metal
concentrations in the soil and substrate, pH, organic matter, and contamination
by atmospheric deposition) and fungal factors (fungal structure, biochemical
composition, decomposition activity, development of mycelium and sporo-
carps, morphological properties), although physiological mechanisms of its up-
take are still not determined. Fungi are very important in natural cycle of me-
tal ions due to many reasons: they are very good in accumulation of metals
and could be used as bioindicator species of heavy metals in soils (Dietl et
al., 1987). Due to mycelium, which has great surface of hyphae that could ad-
sorb and accumulate metals, the majority of them (Cu, Zn, Cd) are captured in
fungal biomass in the humus zone. Fungi Basidiomycotina degrade the upper
layer of humus e.g. polyphenolic compounds (lignin, humin acid, fulvic acid,
humin) by enzymes (phenoloxidases) which are responsible for effective bin-
ding of ions by means of ion exchange and forming the chelates. Hence, the
high tolerance against heavy metals can be expected among the fungi that have
the ability of polyphenol degradation (Hoiland, 1995).

High concentrations and bioaccumulations of different major and trace
elements were reported in European forests (Byrne, 1976; Gadd, 1993;
Vetter, 1994; Kalac et al, 1991) and also in Japanese forests (Y oshi-
da & Maramatsu, 1996, 1998). Many of them demonstrated that mushro-
oms tended to accumulate Cu, Zn, Rb, Cd and Cs. Kalac et al. observed that
Hg, Pb, and Cu were accumulated by tericolous Lepista nuda and Lepiota rha-
codes. Higher concentrations of Pb, Cd, Zn and Hg are found in macrofungi
(prevalent ectomycorhizal that are in tense contact with roots of wood) from
urban or industrial areas (Rhling & Soderstrdom, 1989; Melgar et
al,, 1998; Fellner & PeSkovd, 1995), but also in wood ecosystems,
which are influenced by contaminants. From this point of view lignicolous
fungi have not been examined, probably due to their main role in decaying of
wood substrata. In the present study the mineral concentrations of certain lig-
nicolous and tericolous species were investigated. The aims of this study were:
1) the comparison of fungi on the basis of their mineral content; and 2) to de-
termine whether these species have the availability for bioaccumulation of
micro- and macroelements.

MATERIAL AND METHODS

Fungi and soil sampling: The sporocarps of the investigated fungal spe-
cies were collected from four locations (LI — Elektrovoyvodina (Irishki Ve-
nac), L2 — Mali spomenik (Irishki Venac), L3 — Zmayevac, L4 — Paragovo)
in the National park Frushka Gora and at one urban location L5 — Ribarsko
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ostrvo. The locations on Frushka Gora are situated within the area under the
first degree of protection, distant from the potential pollution sources (indu-
strial facilities or heavy car traffic). The sampling sites were visited in autumn
1999 and spring 2000. Predominantely sporocarps of species growing on
stumps, fallen logs, tree-stump roots etc. were collected and identified. Species
used in the present study are listed in Table 1. with notes about date, location
and substrate on which they were found. The samples were cleaned by using a
brush and the attached soil and humus were gently removed. They were not
rinsed with water in order to avoid possible loss of part of the elements by le-
aching. After cleaning, samples were air dried, pulverized in a mill and then
dried in a dry-kiln (105°C) to constant mass. Since fungi uptake macro- and
microelements from the substrate, the tree and soil samples were also taken
and prepared following the same procedure like fungal samples. Soil samples
were taken to a depth of 25 cm randomly, covering the surface of approxi-
mately 300 m in diameter and in the centers within locations. At every location
twenty soil samples were taken. These samples were mixed in one composite
sample for each location and air-dried. After removal of stones and plant ma-
terials, the air-dried samples were ground in a mill to pass a 1 mm sieve.

Table 1. Species, location, date, ecology, utility, and habitat of mycelium of investigated lignico-
lous fungi

Species Log:tléty, Eco. group I;Iniflzzi:liitugf Utility
Zlﬁﬁgfpézﬂl:ﬁggi’(";zs L1 071099 TerLigisap Ol %:ﬁ”mp /L
Zlfgre:dgg%ffsl_e)slféﬁﬁ?sgl Sing, 11 2070999 Ligiap (p) stump Fagus 0)
Zf?giflgi')ve(gﬁéc]?lor L1 ;07.09.99 Lig/sap dead trunk Fagus ()L
Eggr’;f‘éi”(’)&‘aﬁpggag‘;i”m L1 507.09.99  Lig/sap dead trunk Acer ()L
Z%Z{(iug hlé?)mé'th Gray L1 507.09.99 Lig/sap (p) dead branch Fagus ()
Zﬁﬁ'ﬁfé?meiq?ﬁrﬁ?fﬁn er L1 4101099 Lig/p (sap)  lived trunk Fagus *
iggg?ij";i,;“g;i:? L1 ,07.09 99 Lig/sap dead trunk Acer (L
Zi)foe;é ‘:‘li%pusliﬁ) cg;;]: ézjgosavar. L1 ;07.09.99 Lig/sap dead branch Tilia ()
(Vée’zzilé?(rig. I;).l}gzigﬁssmg. L2110.10.99" Ter/Lig/sap baséu(ef’qt;smk */L
;’?C;‘;(d‘lg’sa quercina L2 ,10.10.99 Lig/sap (p) stump O)
e % sing, 12 9101099 Lighap (e ik O
o e 125101099 Lig/sap e O
*Stereum hirsutum L2 310.10.99 Lig/sap (p) dead brunch Fagus O)

(Wild. ex Fr.) S. F. Gray
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d0mphalotus olearius L2 ,10.10.99 Lig/Ter/sap the base of trunk /L

(D. C. ex Fr.) Sing. (p) Fagus
’2%‘?2?561@‘;5”’2{:65’!&3 L5 (8/4/00  Ter /sap soil, sand o
?gﬁﬁmﬁ atramentarius L5 ,9/4/00 Sap soil, sand *
(e vermali L5 (9/4/00  Ter /sap soil )
*Morchella vulgaris Pers. L5 116/4/00 Ter/sap soil, sand ok
(vg lll‘r’t’g’;“"lggr‘;tvel”’ipes L5 39/1/00 Lig /sap dead trunk Salix K[
BSchizophyllum commune Fr. L1 327/4/00 Lig/sap dead branch ()L
Z{; lfq“"’ Z;”SF E;t’igﬁtm”fn o L1 327/4/00 Lig/sap dead trunk Fagus sk
?gﬁﬁu Se;iégri,’;uginger L1 327/4/00 Lig/sap dead trunk Fagus @)
Zggﬁflgslﬁgp%ﬁt L1 327/4/00  Lig/sap dead branch 0)
Zﬁfﬂipé’;"lgrj“{\ﬁﬁ'g eus L4 2/5/00  Lig®  lived trunk Prunus %+
(l};{e)g[;olg? tuberaster L4 32/5/00 Lig/sap dead brunch Fagus ()

Legend: sap = saprophytic species, p = parasitic species, Ter = tericolous species, Lig = lignicolo-
us species, * = edible species, M = medically important, ( ) = not edible, ++ = poisonous, L1 =
species collected on locality 1, L2 = species collected on locality 2, L3 = species collected on
locality 3, L4 = species collected on locality 4, L5 = species collected on locality 5, microhabitat
of mycelium L; = soil, L, = stump, L3 = dead trunk, L, = lived trunk or soil near the lived trunk.
Fungi that are marked Lig/Ter forming rihzomorphs. *Fam. Polyporaceae s. stricto *Fam. Polypo-
raceae s. lato, °Fam. Ganodermataceae, VFam. Tricholomataceae, *Fam. Stereaceae, *Fam. Pleu-
rotaceae, ®Fam. Coprinaceae, “Fam. Strophariaceae, PFam. Schizophyllaceae, *Fam. Morchella-
ceae, SFam. Omphalotaceae

Mineralization of mushroom tissue and substrates. Approximately 3 g
aliquots of homogenized dry mushrooms or substrates were weighed to 0.1 mg
accuracy, placed in a porcelain crucible and ashed, first on a stove to total car-
bonization and then in an oven at 425—440°C for 2 h. After cooling, 1 ml
H,0, was added to each crucible and ashed in oven for 30 min. In each vessel
10 ml 25% HCI was added and slowly heated on a stove to evaporate 1/2 to
1/3 of acid volume. The residues were transferred into a 50 ml volumetric
flasks making up the level with boiling deionized water (Sari¢ et al., 1990).
All samples were performed in triplicate.

Soil. A content of heavy metals was analyzed by atomic absorption
spectrometry (AAS, Varian spectra 600 type). Soil mineralization was done by
the method of Alloway (1995) with HNO,.

Analyses. Concentrations of K were analyzed by flame photometry and
concentrations of P were determined by spectrophotometer. Trace elements
(Pb, Cu, Cr, and Zn) and macroelements (Fe, Ca, and Mg) were measured by
atomic emission spectrometry in the Lab of Physical Chemistry, Institute of
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Nuclear Sciences, Vincha, Belgrade. Direct-current U-shaped arc plasma was
used as the excitation source. A PGS-2 plane grating spectrograph (Carl Zeiss,
Jena) with an attachment for photoelectric detection having a single (labora-
tory-made) exit slit was used as the monochromator. The solution was aspira-
ted by an argon stream through a concentric glass Meinhard type nebulizer and
the aerosol obtained was introduced into the plasma column (Kuzmano -
vié et al, 1996). The original sample solutions were diluted 2.5 times for
mushroom samples and 1.5 times for substrate samples. These solutions also
included a fixed concentration of 0.5% KCI as buffer. The reference and blank
solutions also included the same concentration of buffer.

RESULTS AND DISCUSSION

Contents of ash. Mineral content of fungi could be determined via ana-
lyses of ash mineral content. The soluble fraction was 6.46% (0.70—22.77%),
while the unsolubile fraction was 4.72% (0.32—42.14%). We assume that the
expressed variability in the ash content is determined by the specific species
features, because the same species from different sites have very similar values
(e.g. S. hirsutum, C. versicolor, L. sulphureus). In general, lignicolous species
contain less amount of ash contents then tericolous species which means that
they have less concentrations of mineral elements. Species with rizomorphs (A.
polymyces) had higher ash content then strictly lignicolous ones, due to myce-
lial cords along which the accumulation influx of mineral elements is signi-
ficantly getting stronger than the environmental substrates (aproximately 10 ti-
mes).

Concentrations of macroelements and microelements. The results obtai-
ned are shown in the following figures: Fig. 1 (The content of N, P, K); Fig. 2
(The content of Ca, Mg, Fe); Fig 3 (The content of Cu, Cr); Fig. 4 (The con-
tent of Pb, Zn).

a) Concentrations of macroelements: The fungi expressed the affinity for
the accumulation of K (0.05% in Daedalea quercina to — 6.38% in Psathy-
rella vernalis in average 1.83% d.m.), and P (0.02% in D. quercina — 0.53%
in M. giganteus in average 0.3% d.m.) followed by N (1.43% in C. versicolor
to 5.19% in Morchella vulgaris in average 3.08% d.m.), with lower variability
recorded than for Ca (156.44 mg/kg d.m. in Pholiota squarrosa — 11946.07
mg/kg d.m. in Coprinus atramentarius — in average 2226.85 mg/kg d.m.),
Mg (377.73 mg/kg d.m. in D. quercina to 4531.94 mg/kg d.m. in C. atramen-
tarius — in average 1384.24 mg/kg d.m.), and Na (1.42 mg% in Panellus
stypticus to 120.42 mg% in Omphalotus olearius — in average 15.09 mg%).
This indicates the essential importance of these elements in fungal metabolic
processes, independently from ecological fungal group and habitats, so the
fungal sporocarps contained them in higher concentrations then the substrate
they grow on.

b) Protein content: As a result of the examined N content in analysed
fungal species, the protein content varied from 6.26—22.73%, according to
Breene, 1990. The highest protein content was recorded for edible species:
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M. vulgaris (22.73%), A. polymyces (22.56%), P. ostreatus (18.57%) and the
poisonous ones O. olearius (18.09%). High content of N in examined sporo-
carps could be the consequence of N translocation from mycelium to meta-
bolically active sporocarp’s hyphae, while the young part of vegetative body
has intensive cell divisions and contain higher N concentrations due to intensi-
ve sinthesis of proteins. Generally, the analyzed tericolous fungi had higher N
concentrations than lignicolous ones.

According to literature data (BozZac, 1996; Vetter, 1993; Breene,
1990), the analyzed sporocarps contained smaller average concentrations of N
and P, similar values for K and Na and higher concentrations of Ca (10 times)
and Mg. Such a high content of Ca was probably the consequence of the fact
that lignicolous species were dominant in total number of the analyzed species
and because they use wood as a substrate characterized by a higher Ca impor-
tance in relation to fungi, and which concentration is increasing with the age.
Tericolous species contain high concentration of Ca (10.51% CaCO,) probably
due to high concentration of this element in the soil as their substrate.

Species M. giganteus could be considered as a good accumulator of all of
macroelements, (except Ca), while P. ostreatus was found to be a good accu-
mulator only for N and P. P. squarrosa and P. vernalis distinguish themselves
by the accumulation of K, while the extreme accumulators of Ca are the spe-
cies: G. applanatum and P. stypticus, and especially S. hirsutum (superaccu-
mulator). The species C. atramentarius has shown the highest accumulation of
Ca and Mg, and species P. vernalis the highest accumulation of K and Na.
Rich Na content was found in species: A. polymyces and O. olearius, too. Lig-
nicolous species, which accumulated a small content of the majority of macro-
elements, had good uptake of Ca, such as D. guercina, C. versicolor, P. gibbo-
sa (indicator species). Only the species that have direct contact with soil via
the rizomorphs (Lig/Ter) or partly by the mycelium, could be considered as
good macroelement accumulators, such as: A. polymyces, O. olearius.

¢) Concentrations of microelements: Considering content of microele-
ments, in investigated fungal species the domination of Fe was recorded: Fe
(102.67 in Ph. squarrosa — 4276.61 C. atramentarius pg/g; A.v. = 928.03
ngl/g), followed by content of Zn (6.57 in D. quercina — 160.96 in M. conica
var. cristata pg/g; A.v. = 58.14 ug/g), Cu (1.40 in D. quercina — 95.86 in P.
vernalis pglg; A.v. = 17.60 pg/g), Cr (0.96 in S. hirsutum — 13.36 in C. atra-
mentarius pg/g; S.v. = 3.94 ng/g) and Pb (1.93 in S. hirsutum — 9.72 in C.
atramentarius pg/g; A.v. = 3.88 ng/g). The tericolous species from the site 5
showed the highest concentrations both for the majority of microelements and
macroelements concentration as well as for the total ash content. According to
these results, the chemical composition in different fungal species (ecotypes),
as well as within the same species originating from different localities, was fo-
und to be specific and depended dominantly on availability of these elements
from their substrates. These are specific accumulators (ecotypes) of specific
element (superaccumulator, accumulator, bioindicator), which created the de-
fense mechanisms in the course of the evolution, or as a consequence of stress
adaptation by which they could exclude or amortise unfavorable effects of
heavy metals presence in the environment.
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In comparison with the previous studies (BoZzac, 1996; Breene,
1990, Yoshida and Maramatsu, 1998) recorded results were high for
Fe and Pb, but also for Cu, Cr i Zn in some species. Species wich contained
1000 pg/g Fe (what would be toxic for plants) are considered as superaccumu-
lators, such as some lignicolous, medically important fungal species: M. gi-
ganteus, G. lucidum, and Sch. commune, and some tericolous species: C. atra-
mentarius, F. velutipes, and P. vernalis. The highest accumulation that was no-
ticed for the species C. atramentarius from the location 5, was not just the
consequence of species feature as superaccumulators, but also the result of
specific chemical copmposition of soil. However, the fact that saprophytic spe-
cies could change physico-chemical condition of their environment, revealed
their influence on availability of other elements in substrate and their accumu-
lation in metabolically active hyphae.

The content of Pb in investigated tericolous species was found to be
twice higher in relation to the mean values characteristic for fungi, as well as
for plants, but none of the found concentration was critical nor toxic, exept for
C. atramentarius (Tf — 7.22). The Pb uptake was found to be exclusively
species specific, which was predictable due to the fact that Pb belongs to the
group of “elements of secondary importance in metabolic processes”, which in
low concentrations are not dangerous, but could be toxic if they are present in
a higher concentrations. As a rule, lignicolous fungi was not found to accumu-
late microelements, except G. applanatum, for Cu, Sch. commune for Zn and
A. polymyces, O. olearius for both of them. The content of Cr in the species
C. atramentarius was found in concentration that could be considered as a
toxic one.

There are data about the synergistic effect of accumulation of different
metals (more efficient accumulation from the mixture than from the pure solu-
tion of elements) on the fungal cell surface, which was confirmed with our re-
sults. The highest significant correlation was noticed for the synergistic uptake
of Fe and Cr (0.83) and for Fe with Cu and Zn. As accumulators of microele-
ments, we could separate the following species: M. giganteus (except for Zn),
Sch. commune (except for Pb), and G. applanatum (except for Fe and Zn). As
species that accumulate all of microelements, there were recorded species with
increased absorptive surface due to the increased micelium surface via develo-
ped ryzomorph structures, such as: A. polymyces and O. olerius, and one
strictly lignicolous fungus — S. hirsutum, that could be considered as a super-
accumulator species of microelements, especially for Pb and Cr. The best teri-
colous accumulator species were: C. atramentarius (especially for Fe, Pb and
Cr) and P. vernalis (especially for Pb and Cu). While the concentration of Pb
on the urban location (Sampling site No 5) was higher in relation to other lo-
calities due to the heavy traffic, these two species could be used as bioindica-
tors of the soil Pb load.

The content of all of microelements varied significantly among the speci-
es, but differs within the same species depending on their environment (sup-
strate), especially in regard with the Fe and Pb content (i.e. C. versicolor, S.
hirsutum). According to these data, it could be assumed that different ecotypes
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within the same species differ considering their ability of metal ions uptake
from the substrata (intraspecific antagonism?).

d) Fungal mineral content versus the contents of minerals of wood as
their substrata: According to our results, the concentrations of macro- and
microelements were found to be lower in wood substrata than in fungal tissue,
especially for P, K i N. Only the content of Ca and Pb was significantly hig-
her in wood substrata. Lignicolous fungi have not been accumulating Fe from
wood, except the species G. lucidum (Tf = 19, which was 3—5 fold higher
than in other fungal species).

e) Fungal mineral content versus the contents of minerals of soil as their
substrata: As a result of Tf values in relation to soil, the analyzed fungi tended
to accumulate K, P, N, Cu and Zn, and partially Cr. As very good accumula-
tors of Cu in relation to the investigated tericolous fungi, the species: P. ver-
nalis, M. vulgaris, and C. atramentarius, were recorded, followed by species
forming rysomorphs: A. polymyces and O. olearius, and finally strictly lignico-
lous fungi: G. applanatum and P. gibbosa. While the content of Cu in soil of
all of the investigated locations was found to be in normal, usual average con-
centrations, it could be assumed that fungal Cu accumulation was determined
by morpho-ecological properties of fungal species, first of all by the surface of
mycelium. These species could be considered for the use in elements remove
from polluted areas. The highest accumulation of Zn was recorded for sapro-
phytic lignicolous fungi Sch. commune (Tf = 10.48). In relation to Pb, fungi
showed lower tendency of accumulation, so higher concentration of this ele-
ment could be expected only in heavily polluted areas near the frequent traffic
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zones. The highest recorded Tf values were found in S. hirsutum (0.46) and C.
atramentarius (0.40).

f) Cluster analysis (Fig. 5) classified fungi mostly by location. Some spe-
cies from different locations (Stereum hirsutum, Coriolus versicolor) showed
different mineral contents and were classified into separated branches of the
dendrogram. These data indicate that the accumulation ability is not only
genetically coded, but also influenced by environmental factors.

g) The monitoring of the content of macroelements and heavy metals in
biological (fungal) and their substrate (wood, soil) samples are inevitable, not
only in the sense of broadening our knowledge of elementary composition in
wood ecosystems, but also in order to speculate the effect of migrations of
chemical elements, especially the anthropogenic radionuclides in natural mate-
rials and products common in human use, e.g. wood, edible and medicinal
fungi.
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MAKPOEJEMEHTHN U TELUIKW METAJIN
Y HEKUM JIMTHUKOJIHUM U TEPUKOJIHUM I'TbUBAMA

Maja A. Kapaman u Munan H. MaraByib
JenaptmaH 3a OuojoTvjy U ekojiorujy, [IpupomHo-MareMaTUuku (akyiTer,
VYuusepsutetr y HoBom Canmy, Tpr . O6pamoBuha 2,
21000 Hosu Can, Cpbuja u LlpHa ropa

Pe3ume

C o063upomM Ha 3Hauaj Basidiomycotina y OUOMHAMKALIMjU, alu U cBe Behy KOH-
TaMUHAlKjy Bazayxa U 3eMJbUIITA, Y OBOM Dpajy je aHAJM3UPaH Caipxkaj Makpoeieme-
nama: N, P, K, Ca, Mg v Na, v Hekux Wiewkux memiara (mMukpoenemenaima). Fe, Pb,
Cu, Cr, Zn y cniopokapnuMma 22 BpcTe MakporbuBa n3 HauwmonaaHor mapka dpyimnka
ropa. BehuHa ux npunana JTUrHUKOJIHUM BpcTama u3 kinace: Homobasidiomycetes pe-
na Aphyllophorales s. lato, nok cy nse Bpcte U3 noapaspena Ascomycotina. IlocebHa
Makma OWia je ycMepeHa Ha MEeIMUMHCKM 3HadyajHe IJbMBE KOje Cy IIMPOKO Pacmpo-
CTparmbeHe Ha OBOM moapyyjy: Ganoderma lucidum, Ganoderma applanatum, Coriolus
versicolor, Flammulina velutipes, Meripilus giganteus v Omphalotus olearius. Tlowro
IJbMBE YCBajajy MakKpo MU MMKPOEJIEMEHTe M3 CyNcTpaTa, Takohe cy aHaJIM3upaHu y30p-
Y 3eMJBUMINTA U IpBeTa (CyIlcTpaTa) Ha KojuMma cy IbuBe pacie. Llumb oBor pama Oumo
je mobujame OCHOBHHUX IToJaTaka O yoOMYajeHWM KOHIIEHTpallrdjaMa OBMX eJieMeHaTa y
HesaraljeHoM okpykerby. [IpeMa HalmmMM pe3yaTaTuMa, TJbUBE CY TEKUJIE Ta aKyMYJIU-
pajy K, P u N, ca mHoro MmawoMm BapujabunHouthy Hero Ca, Mg u Na, mTo ykasyje Ha
IMXOB €CCHIMjaTHU 3Ha4yaj Yy (PyHTATHUM MeTaOOJUYKUM TpOlleCHMa, He3aBUCHO O
€KOJIOLIKE TpyMe M CTaHWIITa. AHAJIU3UPAHU CYICTpaT (IpBO) caapikao je Behe KOH-
nentpauuje Ca u Pb y onHocy Ha rpuBe. [Ipema TpaHchep dakTtopuma Koju cy noou-
jeHM M3 OIHOCAa Yy KOHIIEHTpallMju OBMX eJieMeHaTa y I/bUBamMa U KOHILIEHTpaluje y
CYIICTpaTy M3pakeHO Ha CYBY Macy (C. M.) y30pKa, aHaJIM3MpaHe IJbUBE Cy TEKWIe 3a
akymyiauujoM Cu u Zn, a genumudaHo u Cr. Melhy BpcTama akymyjaaTopuMa MUKPOE-
JIeMeHarta Mory ce U3NBOjuTU: Meripilus giganteus (ocum Zn), Schizophyllum commune
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(ocum Pb), Ganoderma applanatum (ocum Fe u Zn). Cynepakymynatopu Fe Oune cy
JINTHUKOJIHE, MEAULIMHCKU 3HauajHe Bpcte M. giganteus, G. lucidum, Sch. commune 1
tepukonHe Bpcre: C. atramentarius, F. velutipes n P. vernalis. 1obpu akymynatopu
Cu cy tepukosnHe Bpcre: Psathyrella vernalis, Morchella vulgaris v Coprinus atramen-
tarius, 3aTUM BpcTe ca pusomopbuma: Armillaria polymyces v Omphalotus olearius,
rna TeK OHJa JMTHUKOJHE Bpcte: Ganoderma applanatum, Pseudotrametes gibbosa.
Hajseha akymynanuja umHka (Zn) youeHa je kom Bpcte Schizophyllum commune, nOK
cy nipeMa osioBy (Pb) rbuBe mokasasie Majy TEHACHLIM]Y 3a yCBajarkbeM, OCUM TePUKOJI-
He, canpodutcke Bpcte C. atramentarius. 3HadajHy akymynanujy xpoma (Cr) yTBpau-
JI1 cMO Takohe Koa TepuKojJHuX Bpcta (Hapouuto C. atramentarius).

CraTuCcTUYKa KJacTep aHajau3a KiacugUKOoBajia je IVbMBE YIJaBHOM IO JIOKAJW-
TeTUMa, TIPU YeMy ce TIOCEOHO M3/IBaja ypOaH! JIOKAJTUTET ca aHATU3UPAHUM TSPUKOJI-
HuM Bpctama. OBU monmaly ykasyjy Ja akyMyJjalldja HUje camMo oapeleHa TeHeTCKUM
KapakTepuMma, Hero je Takohe mon ytuiiajeM (akropa okpyxkewa. OBM nojgauu Ou ce
MOIJIM YIIOTPEOUTU Y TOKCUKOJIOTHjU, (DAPMAKOJIOTHUjU U 3aIUTUTU KUBOTHE CPEIMHE.
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LIGNINOLYTIC ENZYME PRODUCTION IN
PLEUROTUS ERYNGII DEPENDING ON THE MEDIUM
COMPOSITION AND CULTIVATION CONDITIONS

ABSTRACT: Pleurotus eryngii produced laccase (Lac) both under conditions of sub-
merged fermentation (SF) and solid-state fermentation (SSF) using all of the investigated
carbon and nitrogen sources, while significant peroxidases production occurred only under
SSF conditions. The highest levels of Lac activity were found under SF conditions of dry
ground mandarine peels (999.5 U/l). After purification of extracellular crude enzyme mix-
ture of P. eryngii which was grown under SF conditions with dry ground mandarine peels,
it was revealed two peaks of Lac activity and one peak of activity against phenol red in ab-
sence of external Mn2+ which was very low (1.4 U/l). 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+. In the medium with the best
carbon source for Lac production (dry ground mandarine peels), (NH4),SO,, with a nitro-
gen concentration of 20 mM, was the most optimum nitrogen source among 8 investigated
sources.

KEY WORDS: carbon and nitrogen sources, solid-state fermentation, laccase, Pleuro-
tus eryngii, peroxidases, submerged fermentation

INTRODUCTION

Pleurotus eryngii is edible and medicinal species that belong to group of
white rot fungi due to its ability to produce extracellular ligninolytic enzymes:
laccase (Lac), two peroxidases: Mn dependent peroxidase (MnP) and versatile
peroxidase (VP), as well as aryl-alcohol oxidase (AAO) (Munoz et al,
1997a), and modify and degrade lignin. Due to this ability, P. eryngii can be
cultivated on different lignocellulosic materials such as sawdust, paper pro-
ducts, and most agricultural wastes that are produced in enormous amounts
worldwide (Croan, 2000).

The carbon sources in the medium play an important role in ligninolytic
enzyme production. Mansur et al. (1997) showed that the use of fructose
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instead of glucose resulted in a 100-fold increase in the specific Lac activity of
Basidiomycetes. According to Master and Field (1998) and Hammel
(1997), the ligninolytic enzymes are produced during the secondary metabo-
lism under conditions of limited nitrogen. However, in P. ostreatus a high
concentration of nitrogen in the medium (34 mM N as glutamate) did not re-
press but rather slightly stimulated mineralization of lignin compared to the
N-limited medium (Kaal et al., 1995).

Grapevine sawdust and mandarine peels represent very common agricul-
tural wastes in some regions, and are prospective substrates for the bioconver-
sion into fungal biomass and lignocellulytic enzymes. According to Tsikla-
uri et al. (1999) grapevine sawdust contains: 0.7—0.8% total nitrogen, 1.6—
1.8% reducing substances, 12—13% hemicellulose, 23—26% cellulose, and
23—26% lignin, while mandarine peels contain: 1.1—1.3% total nitrogen,
11—14% reducing substances, 32—34% soluble carbohydrates, 12—14% cel-
lulose, and 9—11% lignin.

Cultivation conditions which are characterized by different physico-che-
mical characteristics influence the levels of ligninolytic enzymes activities.
SSF conditions are very similar to those existing in nature on wood substrates,
while those in SF are very different and this could account for the low produc-
tion of some enzymes in liquid cultures.

The purpose of this investigation was to study the effect of different car-
bon and nitrogen sources, as well as raw plant materials (grapevine sawdust
and mandarine peels) under SF conditions of dry ground mandarine peels and
SSF conditions of grapevine sawdust, on Lac and peroxidases production in
Pleurotus eryngii.

MATERIALS AND METHODS
2.1. Organisms and growth conditions

Culture of P. eryngii var. eryngii, strain No. 616, is preserved on wort
agar medium in the culture collection of the Institute of Evolution, University
of Haifa (HAI), and documented in the Catalogue of Cultures (Wasser et
al., 2002).

The whole procedure of inoculum preparing and further procedure is de-
scribed previously (Staji¢ et al.,, 2004).

2.2. The effect of different carbon sources on the Lac and
peroxidases production under SF and SSF conditions

SF was carried out at room temperature (22+2°C), on a rotary shaker at
180 rpm, in 250 ml flasks containing 50 ml of synthetic medium (Stajic et
al., 2004) which was enriched with 1% of one of the investigated carbon sour-
ces (carboxymethyl-cellulose sodium salt, cellulose, glucose, maltose, D-man-
nitol, D-gluconic acid sodium salt, and xylan), or with 4% of dry ground man-
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darine peels, as well as with microelements. The initial pH of the medium
with mandarine peels as a carbon source, was adjusted to 9.4 prior to steriliza-
tion by adding 10% NaOH, so that the pH would be 6.0 after sterilization. In
other cases, it was adjusted to 6.0 by adding 4% HCIl. Homogenized suspensi-
ons (of 5 ml) were used for inoculation of one flask. Biomasses were separa-
ted by centrifugation (4°C, 5000 rpm, 20 min) after 5 and 7 days of cultiva-
tion and supernatants were used to estimate enzyme activity.

SSF was carried out at 25°C in 100 ml flasks containing 4 g of grapevine
sawdust as a carbon source and 12 ml of synthetic medium (Staji¢ et al.,
2004). Three ml of suspension, after inocula homogenization, were used per
flask. Samples from flasks were harvested after 7 and 10 days of cultivation,
and extracellular enzymes were extracted by griding in a mortar with 20 ml of
distilled water during 5 minutes at the ice. This procedure was repeated 3 ti-
mes and the obtained extracts were mixed (total volume 60 ml). Solids were
separated by centrifugation (4°C, 5000 rpm, 10 min), and supernatants were
used for measurements of the Lac and peroxidases activities.

Three replications for each investigated carbon sources were used.

2.3. The effect of different nitrogen sources and concentrations
on the Lac and peroxidases production under SF conditions

In the synthetic medium with the best carbon source for Lac production
(dry ground mandarine peels), without NH,NO, and with microelements, either
one of the inorganic nitrogen sources [ammonium chloride (NH,Cl), ammoni-
um nitrate (NH,NO;), ammonium phosphate monobasic (NH,H,RO,), ammoni-
um sulfate (NH,),SO,), and potassium nitrate (KNO,), in a nitrogen concentra-
tion of 30 mM], or one of the organic nitrogen sources [bacteriological pepto-
ne, casein acid hydrolysate vitamin free, in a concentration of 0.5%, and corn
step liquor in the concentration of 0.8%] was added.

The effect of different concentrations of the best nitrogen source on the
Lac production was studied in a medium with 20 mM, 40 mM, and 60 mM of
nitrogen.

Three replications for each nitrogen sources and concentration were used.

2.4. Enzyme activity assays

Lac activity was assayed using syringaldazine as a substrate, and by mea-
suring the increase in absorbance at 525 nm (g5, = 65000 M—'cm—') for 60
seconds. The mixture contained: 0.1 M acetic buffer (pH 5.0), 1 mM syringal-
dazine (dissolved in 96% ethanol), and enzyme preparation (V,, = 1 ml).

Peroxidases activities were determined with 3 mM phenol red as the sub-
strate, in a buffer with the following contents: succinic acid disodium salt, al-
bumin from bovine serum, and DL-lactic acid sodium salt, pH 4.5 (g, =
22000 M—!'cm—"). The mixture contained: buffer, enzyme preparation, 2 mM
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H,0,, and phenol red, with or without 2 mM MnSO, (V,, — 500 pl). Reac-
tion was ceased by 2 M NaOH.

2.5. Enzymes purification

Purifications of Lac and peroxidases were carried out on 7-day-old sub-
merged culture of P. eryngii, which was grown in the medium with the best
carbon sources, using FPLC AKTA explorer (Pharmacia Biotech. Sweden).
The supernatant from the submerged 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.) pre-
viously 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 elu-
ted 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 the separated fractions
was performed with 50 mM ABTS [2,2’-azino-bis (3-ethylbenzothiazoline-
-6-sulphonic acid)] in phosphate buffer, pH 6.0 (g5, = 29300 M—!cm—'), and
peroxidases activity with 3 mM phenol red (69 = 22000 M—!cm—1!).

RESULTS AND DISCUSSION

3.1. Effect of different carbon sources on the Lac
and peroxidases production

In crude mixture, Lac activity was detected under both SF and SSF (Ta-
ble 1), while peroxidases production occurred only under SSF conditions.

The highest level of Lac activity was found in submerged culture with
dry ground mandarine peels as the carbon source after 7 days of cultivation
(999.5£20.7 U/1). Significant levels of Lac activity were also evident under
conditions of SF with xylan and D-gluconic acid sodium salt on the 5" day of
cultivation (134.4+12.1 U/l and 121.5£10.3 U/, respectively), after which they
started to decrease, while low levels of Lac activity were obtained with other
carbon sources in both submerged and solid-state cultures (Table 1).

Martinez et al. (1994) showed that P. eryngii and related species ha-
ve a limited attack on cellulose, less than 15% of the initial content, while
xylan degradation was parallel to lignin degradation. However, contrary to the
results of Martinez et al. (1994) and Munoz et al. (1997a), where Lac
production in P. eryngii was significantly stimulated by alkali lignin that is
present in straw, in this study, it was shown that Lac activity under SSF condi-
tions of grapevine sawdust was low (42+1 U/l and 9.3+0.2 U/I, after 5 and 7
days, respectively).

After purification of extracellular crude enzyme mixture from 7-day-old
culture of P. eryngii, which was grown in the medium with the most optimum
carbon source, it was found: two peaks of Lac activity (7411 U/l and 847 U/).
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Table 1. Laccase activity depending on the carbon source in the medium

Species Strain Carbon source Period of Lac activity
P (No.) cultivation (days) (U/1)
5 24+13
Glucose
7 4.4+0.2
5 17.4+6.1
Maltose
7 11.4+4.3
. 5 49+2
Mannitol
7 15.8+0.5
D-gluconic acid 5 121.5+10.3
sodium salt 7 42.6x15.1
ji 5 134.4+12.1
P. eryngii. 616 Xylan
var. eryngii 7 73+8
5 19+6
Cellulose
7 11.8+3.4
Carboxymethyl 5 21734
cellulose 7 35.7+6.4
Dry ground 5 162+14
mandarine peels 7 999.5+20.7
. 5 42+1
Grapevine sawdust
7 9.3+0.2

These results are in accordance with the results of Munoz et al. (1997a, b)
who also investigated Lac of P. eryngii in the glucose/ammonium-tartrate me-
dium and obtained two bands with Lac activity (Lac I and Lac II) which re-
spond to isoenzymes.

Regarding to significant Mn?* concentration in grapevine sawdust (Kilby,
1999), and the fact that only trace Mn** concentrations could be enough for
MnP action (M artinez et al., 1996), in this case, it can not be spoken abo-
ut MnP and VP activities, but only about activity against phenol red in presen-
ce and absence of external additional Mn?*, respectively. One peak of activity
against phenol red in absence of external Mn** was found after purification of
crude enzyme mixture, but its activity was very low (1.4 U/I). However,
Martinez et al. (1996) purified two isoenzymes of P. eryngii from liquid
peptone medium and described them as VP, which are capable of oxidizing
both Mn?* and phenolic and non-phenolic aromatic substrates.

3.2. Effect of different nitrogen sources on the Lac
and peroxidases production
Pleurotus eryngii produced Lac under SF conditions with all the investi-

gated nitrogen sources and concentrations, but peroxidases levels were low
(Table 2).
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Table 2. Lac activity and activity against phenol red in presence and absence of external Mn2+ de-
pending on the nitrogen source in the medium

Ni Period of Lac Activity against
Species  Strain (No.) Sl(t)ru(;%Zn cultivation activity phenol red (U/l)
(days) won +Mn2+ —Mn2+
5 1.47+0.09 1.32+0.08 2.5+0.2
Peptone
7 9.4x1.2 0.7+0.2 2.7+0.3
Casein acid 5 1.0+0.2 0.7+0.2 0.9+0.3
hydrolysate
vitamin free 7 6.1+£0.6 1.0£0.1 1.5+£0.2
Corn step 5 57.0+8.5 2.28+0.04 2.3+0.2
liquor 7 33.5+4.2 1.2+0 0.9+0.2
) KNO, 5 3.9+0.1 1.3+£0.1 0.7£0.1
P. eryngii 616 7 8.30+£0.08  0.78+0.04 1.8+0.1
var. eryngii
NH,CI 5 2.0+£0.4 1.0+£0.3 1.2+0.4
7 46.0+1.4 1.03+0.07 2.4+0.4
5 1.3£0.1 0 2.7£0.1
(NH4),SO4
7 100.9+5.3 0.7£0.4 1.2+0.1
NH,H,PO, 5 14.3+3.4 0.7+0.1 2.3+0.2
7 22.3+0.9 0.68+0.06 0.38+0
NH,NO; 5 1.3+0.2 0.6+0.1 1.840.5
’ 7 9.4+1.2 0.7+0.2 2.7+0.3

The highest level of Lac activity was in the medium with (NH,),SO, as
the nitrogen source (246.4+19.8 U/l, after 7 days of cultivation) and with a ni-
trogen concentration of 20 mM. With an increase of nitrogen concentration,
the levels of Lac activity decreased, and with a nitrogen concentration of 40
mM the Lac activity was only 68.3+16.8 U/l (approximately 72% lower). Lac
production increased during cultivation in media with all the investigated ni-
trogen sources, except for corn step liquor.

Activity against phenol red in presence of external Mn?** was low under
SF conditions with all nitrogen sources, while activity in absence of Mn?* was
higher, especially in the medium with (NH,),SO, and peptone, as nitrogen
sources (Table 2). These results are in accordance with the results of Eli-
sashvili et al. (2001) who also showed that manganese dependent pero-
xidase activity was O or very low in SF, but in SSF it was significant. M ar -
tinez et al. (1996) found MnP production in P. eryngii, P. ostreatus, P. pul-
monarius, and P. sajor-caju in peptone medium, but it was not detected in me-
dium with other investigated nitrogen organic sources.

In conclusion, this study showed that Lac and peroxidases production de-
pends on the cultivation conditions (SF or SSF), carbon sources, as well as ni-
trogen sources and concentration. The highest levels of investigated lignino-
Ilytic enzymes activities were in the medium with dry ground mandarine peels
as the carbon source, and because of this reason the investigated P. eryngii
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strain can be used in the process of biotransformation of this material to feeds
and fuels, as well as in paper manufacturing.
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MMPOAYKUUIA TUTHUHOJIIMTUYKNX EH3MMA
KO PLEUROTUS ERYNGII Y 3ABUCHOCTU O CACTABA MEJUJYMA
N YCIOBA KYJITUBALMJE

Mupjana M. Crajuh, Comwa H. lyneruh-Jlaymesuh, Jenena b. BykojeBuh
HWuctutyr 3a 60oTanuky, buonomku dakynater, YHuBep3uteT y beorpany,
Taxkoscka 43, 11000 beorpan, Cpouja u LlpHa T'opa

Pesume

Pleurotus eryngii je nponykoBao Jakaze (Lac) mom ycioBuUMa KyJATHBalMje U Ha
TeYHOM U Ha uBpcToM Menujymy (SF, SSF) ca cBuM mpoyuaBaHUM M3BOpUMA YIJbEHU-
Ka 1 azota. HajBuiiu HUBOM akTMBHOCTM Lac HafjeHU cy y Te€UYHHMM KyJaTypama ca cy-
BOM MJIeBEeHOM KopoM ManaapuHa (999,5 U/l). OBa BpcTa je mpoaykoBaia MepoKcuaa-
3¢ caMO IpU KYJITHUBALIMjU HA UBPCTOM MEIUjyMYy.

IMocne npeunirhaBaba cMece eKCTpalleayJlapHUX eH3uMa Koje je P. eryngii mpo-
JIYKOBAO y TEYHUM KyJTypamMa ca CyBOM MJIEBEHOM KOPOM MaHJapuHa Kao Hajoosbum
M3BOPOM YIJbeHMKa, HafjeHa Cy JBa NMUKa aKTUBHOCTU Lac WM jemaH MWK aKTUBHOCTHU
MPOTUB (BEHOJI LIPBEHOI Y OICYCTBY CITOJballliber Mn2+ ca BpJIO HUCKOM aKTHBHOIIhY
(1,4 U/1). Pesyntatu nobujeHu npeuniithaBambeM Takohe Cy MOKasaiu 1a Cy HUBOU OK-
cupauuje (eHosJ LPBEHOr OWJIM BUINM Yy OACYCTBY HEro y IIPUCYCTBY CITOJballlHer
Mn2+,

YV MenujyMy ca HajoObUM M3BOPOM YyIJb€HMKA HajBuIla Lac akTMBHOCT je Ouja y
npucyctBy (NH,),SO, kao m3Bopa a3oTa, Mpu KOHLEHTpauuju asora o 20 mM.
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HUMAN MYCOSES

ABSTRACT: Fungi are an independent group of plant kingdom which members do
not contain chlorophyll and have no capability of photo synthesizing, meaning that they can
not synthesize nutritive compounds, so they exist as the saprophytes or parasites of plants,
animals and humans. Between 50.000 and 100.000 species are known, but only about 100
species cause diseases (mycoses) of humans or animals, while many other cause diseases of
plants. Only the dermatophytes and species of genus Candida are usually transferable from
human to human. The importance of fungi was certainly less than that of the bacteria and
viruses for the time being, but their role as the opportunist pathogens is unavoiding,
especially for immunocompromised patients. Incidence of fungal infections grows steadily,
even in the countries with high level of general and health culture. Diagnosis and therapy of
fungal infections are many times unadequate. Prophylaxis is still an object of discussion.

KEY WORDS: diagnosis, mycoses, therapy

INTRODUCTION

Fungi are an independent group of plant kingdom which members do not
contain chlorophyll and have no capability of photosynthesizing, meaning that
they can not synthesize nutritive compounds, so they exist as the saprophytes
or parasites of plants, animals and humans (1). According to other authors,
fungi are special group of microorganisms classified between protists and
procaryotes, or between plant and animal kingdom. They have much more
morphological complexity than that of the bacteria (procaryotes). They possess
a true nucleus and thus are described as being eucaryotic (2). Fungi may be
unicellular, (for example the yeasts) or cellular units may be connencted toget-
her to form long filaments or hyphae. Probably, the most accurate definition is
that fungi are non-photosynthesizing protists which grow as the mass of bran-
ching, knitting filaments known as mycelium. Although being perforated, they
allow the free passage of nuclei and cytoplasm. That means that the whole or-
ganism is a syncicium (multinuclear intracytoplasmatic mass) bordered inside
many branching tubes. These tubes are made of polisaccharids such as a chi-
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tin, and are chomologous to bacterial walls. Fungi are probably the evolutive
branch of protozoa; they are not familiar with actinomycetes, mycelial bacteria
although have some similarities at first sight. Some fungi have the ability to
change their form (dimorphism) under special conditions, which is the charac-
teristic of pathogenic fungi (2, 3, 4).

CLASSIFICATION

Fungi are clasified in the following way:

Ascomycotina (ascomycetes). A bag (ascus) is formed by the sexual fu-
sion and contains the meiotic products — four or eight spores (ascospores).
Asexual spores (conidia) are usually formed outside on the hyphal endings.
Examples: Trichophyton (Arthoderma), Microsporum (Nannizzia), Blastomyces
(Ajellomyces).

Basidiomycotina (basidiomycetes): Sexual fusion creates the organs in the
form of club, named basidium with the four meiotic structures on its surface
(basidiospores). Asexual spores (conidia) are usually formed outside on the
hyphal endings. Example: Cryptococcus neoformans (Filobasidiellla neofor-
mans).

Deuteromycotina (fungi imperfecti): This is not real phylogenetic group,
but more fictitious class where all those fungi in which sexual reproduction is
unknown are temporary allocated. Examples: Epidermophyton, Sporothrix, Can-
dida genus.

Zygomycotina (phycomicetes). Mycelium is usually non-septated. Asexual
spores are made unlimitedly inside the structures called sporangia. Sexual fu-
sion creates the spores with the thick walls called zygospores. Example: Rhizo-
pus nigricans (opportunist pathogen). The majority of pathogenic fungi are lo-
cated in the group of imperfect fungi where sexual reproduction is unrecogni-
zible (1, 4).

IMPORTANCE

It has been estimated that there are between 50.000 and 100.000 species
of fungi. They are dispersed everywhere: in the air, water, but mostly in the
soil. They have an active role in the processes of changing of material. Their
activity for man could be either usefull or harmfull. Their capacity for produ-
cing of antibiotics such as penicillin and griseofulvin, vitamins or utilization in
the beer industry are all examples of usefulness. In agriculture, fungal patho-
gens are responsible for losses amounting to perhaps 10% of the world crops.
Saprophytic fungi cause significant damage to stored food and other foodstuffs
with calamitous consequences for man’s agroeconomy. Of thousands known
fungi about 100 are pathogenic for humans or animals. Fungi can cause disea-
ses in man directly by producing mycotoxins, by acting as allergens, and by
direct tissue invasion (infections-mycoses) (1, 2, 5).

For practical reasons, human mycoses could be classified as superficial,
cutaneous, subcutaneous and systemic mycoses. For sometime, superfitial and
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cutaneous mycoses are included in the same group. Most important fungal in-
fections are presented in Table 1. (4, 6). Superficial, cutaneous and subcutane-
ous mycoses of skin, hair and nails could be of chronic course and very resi-
stant to treatment, but rarely have impact to man’s general health. But, due to
extraordinary extension, they have great epidemiological and socioeconomical
importance. Pityriasis (tinea) versicolor is the most frequent of supeficial
mycoses, expressed mostly during the summer months. In tropical climates the
condition is more common than in temperate zones and as many as 40% of
population may be affected. The disease is perhaps of cosmetical significance
(2, 5). Occasionally, it has been implicated as a cause of fungal sepsis (funge-
mia) during the intravenous lipid supplementation. Skin mycoses are caused by
fungi which attach to only superficial keratinized tissue (skin, hair and nails),
but not the deeper tissues. Most important are dermatophytes, a group of very
similar fungi with world-wide geographical distribution. They are classified in-
to three genera: Epidermophyton, Microsporum and Trichophyton (4, 6, 7).

Table 1. The most important fungal infections and the causes

THE TYPE OF FUNGAL

INFECTIONS THE CAUSES THE DISEASE
Superficial Malassezia furfur Pityriasis (tinea) versicolor
Trichophyton sp., Dermatophytosis (tinea
Cutaneous Epidermophyton, of the skin, hair, nails)
Microsporum sp., Candidiasis (skin and
Candida albicans visible mucoses)
Subcutanous Sporothrix schenkii Sporotrichosis
Blastomyces dermatitidis Blastomycosis
Systemic Coccoidioides immitis Coccidioidomycosis
y Histoplasma capsulatum Histoplasmosis
Paracoccidioides brasiliensis Paracoccidioidomycosis
Aspergillus fumigatus and others Aspergillosis
Aspergillus sp.
S . i Candida albicans and others Candidiasis
ystemic oportunistic .
Candida sp.
Cryptococcus neoformans Cryptococcosis
Mucor and Rhizopus sp. Zygomycosis

Besides, they are ubiquitous, some special have higher incidence in parti-
cular world’s regions. According to etiological classification dermatophytes ha-
ve been divided into anthropophilic, geophilic and zoophilic species. The main
reservoir of dermatophytic infection is infected man or animal. It could not be
eliminated the fact that the soil was natural saprophytic habitation for all
dermatophytes in the past, but modern epidemiological investigations don’t gi-
ve support for such assertions especially for those dermatophytes completely
adapted to living as human or animal keratinophylic parasites. Micropopulation
of soil destroys (lysis) very quickly the pathogenic dermatophytes in patholo-
gic material of man or animal under laboratorial or natural conditions. Animals
that most often serve like a host of zoophylic dermatophytes are: dog, cat, cat-
tle, horse, sheep, pig, poultry, rodents (hedgehog), monkies etc. (6, 7, 8). Ti-
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nea pedis (athlete’s foot) is the most frequent dermatophytosis. Approximately
10 percent of total population can be expected to have this infection at any gi-
ven time. Significant presence of foot dermatophytoses starts since 20. century
with the wearing of closed foot-wear. Together with foot dermatophytoses,.
next most frequent is a fungal nail infection — onychomycosis. Socioeconomi-
cal, cultural and factors from working environment have great impact on deve-
loping of these diseases. It is estimated that onychomycoses are responsible for
18—40% of all nail diseases and 30% of all fungal skin diseases. A great
U.K. study in 1990. revealed that 2,73% of adult population have onycho-
mychosis. Haneke says that frequency of onychomycoses are compatible to
50% tinea pedis and / or tinea manus approved by mycological culture. Both
infections are more frequent in persons from the group with risk of fungal di-
seases: coalminers, workers in industry, sportsmen, soldiers, persons in boar-
ding schools or closed collectives (1, 9). In some European countries (Poland,
Croatia) the most common dermatophytoses established were tinea corporis ti-
nea capitis, and the most common etiological agent was Microsporum canis
(10, 11). Otherwise, in majority of other cases, tinea pedis and onychomycosis
prevailed, and Trichophyton mentagrophytes and T. rubrum as the causative
agents, too. During the investigation performed in the period from 1995. to
1996. in policlinic department of Clinic for skin and veneral disease Novi Sad,
in 10,5% of patients a presence of some dermatomycoses was registered.

Onychomycoses were diagnosed in 1,7% of the total number of patiens
examined in that period, or in 10,22% of all cases of diagnosed dermato-
mycoses (9). Beside negative impact on patient’s quality of life and working
capability, onychomycoses are probably the most recalcitrant dermatomycoses
and most difficult to treat, with frequent recidives and with regular low level
of clinical and mycological cure. Costs of treatment of this disease are extra-
ordinary high. A study performed by Medicare in USA during the one-year
period (1989—1990) showed that costs of treatment of onychomycoses were
43 million dollars (12). Candida albicans, a dimorphous yeast, is a regular in-
habitant of the human gastrointestinal and genital tract, and could be isolated
in high percent of healthy persons (50—80% according to study). Although a
member of normal mucosal flora of respiratory, gastrointestinal and in wo-
men’s genital tract, on such places Candida albicans and spp. could become
dominant, and cause diseases. Candidiasis most commonly affects skin, nails,
mucous membranes, gastrointestinal tract, but also can transverse into systemic
form and harms various internal organs, causing septicemia, meningitis, endo-
carditis etc. Most important predisposing factors for Candida infection are:
diabetes mellitus, complete prostration, immunodeficiency, intravenous drug
abusing, venous and urethral catheterisation, using of antibiotic which change
normal intestinal bacterial flora and corticosteroids. The incidence of these in-
fections is constantly increasing, especially in Intensive Care Units (ICV) (1,
5, 13).

This tendency stems of the mid eightieth years, when the funguses (mostly
Candida and very rarerly Aspergillus which has mortality nearly 100%) as the
causes were significantly influencing the increase of frequency of nosocomial
infections. The data for the year 1990:
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— 16,1 fungal infections occurred at 1000 traumas or burns
— 10,1 fungal infections occurred at 1000 cardiosurgical patients
— 17,3 fungal infections occurred at 1000 patients in general surgery

Candidaemia (the identification some of pathogen species Candidae’s in
at least one specimen of the blood cultures) wasn’t more times established
(even 50% patients with candidaemia have the negative results of hemocultu-
res) because of the difficult diagnostic and a non-specific clinical manifestati-
ons. Besides, there are no standard techniques to detecting of Candida and its
metabolic products (13, 14). Fungal infections present a great risk for the pati-
ents with transplanted organs as well. Today, the transplantation is used as a
therapeutical choice for many acute and chronic diseases. The skin lesions are
many times atypical and may be the sign as both common fungal diseases and
disseminated lethal fungal diseases (15). Black funguses (dark pigmented, me-
lanised) — pheohyphomycoses are specific abstracted by their lethality, and
are widely prevalent in the nature (16). On the basis of very rare studies in the
world of an autopsy materials it is evident that the incidence of systemic
mycoses (mostly candiasis and aspergillosis) was about 3%, while in patients
with hematological diseases it was up to 26% (17).

THE DIAGNOSIS

The diagnosis of mycoses requires, besides clinical examination, the seri-
es of procedures in the aim of the effective identifications of the pathogen
agents as well. The most important procedures in the mycological diagnostic
are: taking of materials (cutting of skins and nails, uprooting of hairs) and di-
rect microscopy, the cultivation on nourishing backgrounds of causes (the most
used is Saboraoud — agar), the Wood — lamp examination, the pathohistolo-
gical examination, the different serological and/or immunologicals assays, the
molecular-biologycal techniques (PCR), the test of inoculations at the expe-
rimentaly animals, the computer systems for the identification of yeasts, etc.
(1, 4). In the perspective it should be expected the special development of the
molecular-biologycal techniques which give the possibility for fast identifica-
tion in the clinical samples of the nicety microorganisms that are difficult to
be cultivated in microbiological laboratories, and what may be of essential sig-
nificance for the adequate therapy, especially for the therapy of the severe
form of mycoses (4, 9). The computer systems for the identification of yeasts
(AMS — YBC, ATB ID 32 C) represent a powerful diagnostic instrument in
the work of clinical and microbiological laboratories. It sould be mentioned as
the techiques of future in medical mycology and confocal microscopy, cito-
metry, and corneofungometry, etc. (9, 18).

THERAPY

Today, it is preceded in the using the finite number of clinical antifungal
agents. Many biochemical ways of antibiotics for the target structures of bacte-
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ria couldn’t be used by funguses, since the funguses have similar structures
with the human cells because the many in vitro effective medicaments couldn’t
be applied in vivo due to its toxicity. The prior target structure of antifungal
chemotherapeutic agents is the membrane of fungal cells, apropos the ergoste-
role as a predominant sterol of the membranes (4).

The most important medicaments which are used for therapy of the fun-
gal infections are: amphoterycine B, flucitozine, griseofulvine, nystatine, 5-flu-
orocitozine, antifungal azoles (ketokonazole, itrakonazole, flukonazole) terbi-
nafine, etc. In the local therapy the most used are antifungal azoles (clotrima-
zole, myconazole), nystatine, cyclopiroxolamine, amorolphine, terbinafine etc.
In last years it is significant the discovering of vorikonazoles and their inaugu-
ration in clinical praxis, that proved successful in the therapy of the severe
systemic mycoses (candidiasis, aspergillosis) by which the other antifungal
medicaments were reduced fast to perfoming of resistency, especially by the
rare species of Candidae’s (C. Tropicalis, C. glabrata, C. parapsilois). Accor-
dingly, it is possible the retreiving of lives also in immunocompromited pati-
ents infected with species which develop fast resistibility, and some of them
may even be of natural-originating resistibility (C. Krusei). It is also signifi-
cant the introducing of the liposomal amphoterycine B in the empiric therapy
of the systemic (deep) mycoses beyond where it couldn’t be expected the re-
sults of laboratories and where it is precedent the rapidity of therapies (1, 19, 20).

MMUKOS3E JbYIN

Cunuma b. Tacuh, Cnobonan H. CrojanoBuh, Mupjana H. Ilomauku
Kimnuka 3a koxHO-BeHepnuHe Oosiecty, Xajoyk BesbkoBa 1—5,
21000 Hosu Capn

Pesume

I''buBe cy camocTtajHa rpyrna OM/bHOT LIapcTBa YMjU MpUMATHULIM HEMajy XJIOpO-
¢wiI, 1a THME HU CIIOCOOHOCT (POTOCHHTE3e, T. j. HE MOTY Ja CUHTETUIINY XpaHJbUBE
cacTojke, 300r yera ersucTupajy kao canpoduTyd MWW Mapa3suTu Oubaka, KMBOTUH-A U
pymn. Mma mx mamehy 50 m 100 xujpaga BpcTa, ajad caMO OKO CTO HbUX Y3POKYje
000/beha (MUKO3€) JbYIU WM KUBOTHUIbA, IOK MHOTE ApYre BPCTe M3a3UBajy 000JbeHa
ousbaka. Camo nepmarodutu u Bpere pona Candida oOMUYHO ce MPeHOoce ca YoBeKa Ha
yoBeKa. 3Hauaj IJbUBa je Jocaja OMO HEIITO Makbu Y OJIHOCY Ha OaKTepuje Waud BUPY-
ce, aJii KhUXOBa yJora Kao OMOPTYHUCTUUYKMX IMAaTOreHa He3aoOujia3Ha je Ko MMYHO-
CyIpUMHUpaHUX ocoba. MHUuMAeHIIMja ITbMBUYHUX MH(EKLHja je Y CTaJHOM II0OpacTy,
Yyak M y 3eMJbaMa Cca BMCOKO Pa3BHjEHOM OIIIITOM M 3IpaBCTBEHOM KyaTypoM. Jlmjar-
HOCTMKa M Tepamnuja TJbUBUYHUX MHQeEeKIMja cy dyecTto HeamekBaTHe. [Ipodunakca je
jouI yBeK IMpeaMeT IUCKYCHje.
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FLUCONAZOLE IN THE THERAPY OF
PITYRIASIS VERSICOLOR

ABSTRACT: The authors present the results of the systemic application of flukona-
zole in therapy of Pityriasis versicolor. It was arranged for the total number of 38 patients,
18 females and 20 males. The diagnosis of diseases was established on the base of the cli-
nical examination, the native mycological examination and by the using of Wood lamps.
The therapy was passed by the using of 300 mg flukonazole in a single dose, once weekly,
during two weeks. The following period amounted to one week after the passed therapy.
The therapeutic efficacy was assessed with regard to the clinical and mycological healing.
The clinical efficacy was assessed semiquantitative on the base of increasing of the percen-
tage rates of the total score of disease that was computed by collecting of the numeric valu-
es for every clinical argument typical for the disease, and the mycological efficacy on the
base of the mycological findings and the fluorescence finding after lightening with the
Wood’s lamp. The controling examinations were performed on day 0, 14 and 22. The re-
sults of investigations have shown that the complete clinical healing was achieved after two
weeks of therapy in 94,74%, and the mycological healing in 92,11% patients. The rate of
the mycological healing was evaluated after 1 week of following period equal to the rate of
the clinical healing and it was also 94,74%. The undesirable effects of the drug applications
weren’t by any patient.

KEY WORDS: flukonazole, Pityriasis versicolor, therapy

INTRODUCTION

Pityriasis versicolor (PV) is one of the most frequent fungal skin infecti-
ons with chronic nature. As the disease cause it is recognized lipophylic yeast
Mallassezia that is well known as Pityrosporum ovale or Pityrosporum orbicu-
lare, the resident of the normal skin flora are recognized as the disease cause
(1). The transition from blastospore form to a mycelium makes this yeast pat-
hogenic for the humans. The conversion in the form of mycelium occurs under
the influence of variety of different predisposition factories. The most impor-
tant factor are high temperatures and high humidities because of which the di-
sease occurs with the low prevalence in the Scandinavian countries (1%) and
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with the highest prevalence of 40—50% in tropical areas (2). For the appara-
tion of disease genetical factors are significant, which is corroborated by the
lack of diseases in couples and its apparation in the cousins of the first, second
and third degrees of the kins.

The predisposition to frequent recurrences, the extension of skin changes,
often perturb the life qualities of the patients. This fact destined the dermatolo-
gists during recent years, towards the systemic application of antimycotics in
the attempt at more successful treatment (3, 4).

THE AIM

The study had the aim to check the efficacy and safety of oral application
of fluconazole in the therapeutic regime of 300 mg once weekly during two
weeks in the patients with PV. The following period of patients after treatment
has been a week after the passed therapy.

It is arranged the total number of 38 patients, 18 females and 20 males,
24 patients with the first manifestation of the disaese and 14 with the recurren-
ce of the disease.

It is established the diagnosis of the disease by the clinical and mycolo-
gical examination and by using of Wood’s lamp. The mycological examination
was the obligate diagnostic procedure for all cases regarding the cognition that
only Malassezia furfur produces indole which gives the fluorescence by lighte-
ning with Wood’s lamp.

It was semiqunatitative assessment. The clinical efficacy of the drug was
assessed with regard to decrease of the total score values of the diseases (in
percentages) that it was computed by collecting the numeric values of the cli-
nical parameters typical for the disease, nevertheless it is taken in considera-
tion the size of the skin surfaces involved with the disease (Table 1).

Table 1. Assessment of the clinical efficacy

The total score

!

Erythema
Hypopigmentation
Hyperpigmentation
Desquamation
Surface

0-without; 1-mild; 2-moderate; 3-severe
surface: 1<10%:; 2>10%<20%; 3 >20%

0. 15. th 22. nd day

284



The total score was computed an O-th, 15-th and 22-nd day, and on the
7-th day after the passed therapy. The mycological efficacy has been followed
on 0-th, 15-th and 22-nd day.

RESULTS

The results of the investigations showed that after two weeks of the flu-
conazole applications negative mycological findings were achieved in 92,11%
patients. After 7 days this percentage increased to 94,74%. As for the clinical
healings, after two weeks, the total score of diseases decreased for 64,96% and
after three weeks for 94,74% (Graphics 1 and 2).
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The complete healing was achieved in 86,84% patients, the clinical with-
out micological healing in 5,26%, and the mycological without clinical healing
in 7,89% patients (Table 2).

Table 2. The rate of healings

The rate of healings

—

COMPLETE-33 (86,84%) patients

CLINICAL WITHOUT MYCOLOGICAL-2 (5,26%) patients

MYCOLOGICAL WITHOUT CLINICAL-3 (7,89%) patients

The undesirable effects of the drug applications were’nt noted in any pa-
tient.

DISCUSSION

As the causes of PV, the yeasts were recognized in 1874. (3). Malasezz
described its presence in the corneal layer of skin as the oval and spheric cells
into bud. Bailon named it Malassezia furfur, and Castellani, who first succee-
ded its cultivation, registered the term Pityrosporon ovale. In 1996. 7 distinct
species were recognized, and 6 primarily were isolated from human skin (4)
(Picture 1). It is only Malassezia pachydermatis obligatory to be lipophilic,
and it was isolated primarily in animals, rarely in humans.

In the light of the recent cognitions about variety of Malassezia species
and the passed investigation in the last five years, the most frequent causes of
PV are Malassezia furfur, Malassezia globosa and Malassezia sympodialis.

The therapy of diseases could be passed as local and systemic, specific
and nonspecific. Whereby the disease often recurres after the passed therapy,
that it was based until last mainly on the local application of antimycotic
drugs, there were the attempts of its systemic using. It was shown that the
systemic using of these drugs is more effective and that they should be given
during short period. Today it is recommended itrakonazole and flukonazole of
the systemic antimycotics in the therapy of PV. Griseofulvine isn’t effective
given perorally as well as terbinafine, that is effective in the form of the local
preparations (the form of creams, gels and solutions). Ketokonazole isn’t re-
commended because of the hepatotoxic acting of drugs. The systemic anti-
mycotics are recommended for the prevailing and recurred infections, nevert-
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Picture 1. Malessezia species

heless the clinicians makes the choice of oral antimycotics that are able to era-
dicate funguses in optimal dose, well passable and safe for using.

We decide to assess the efficacy and the safety of flukonazole in this
study by the outset of the flukonazole pharmacodynamic profiles and of facts
that it progresses the multiple higher concentration in the skin than in the pla-
sme, and the concentration higher of the minimal inhibitory concentration for
the majority of dermatophytes and non-dermatophytes causing the fungal dise-
ases in human kind.

The administration of flukonazole in the therapy of PV hitherto has
shown the excellent therapeutic results with regime of 300 mg weekly during
two weeks. The results of the previous investigations confirmed the high rate
of the mycological and clinical healing, in the range 80—98% for the myco-
logical healing and 91—98% for the clinical healing, which is in accordance
with the results of our investigations (5, 6). The fact of the increased rates of
the clinical and mycological healing 7 days after the passed therapy could be
explained by the pharmacodynamic profile of drugs and its presence in the
skin 10 days after withdrawal of therapies.

In this study settings weren’t the undesirable actions, though it is well
known that flukonazole causes in 6% cases the undesirable actions.

CONCLUSION

It could be said with full right in the conclusion that the therapeutic regi-
me of flukonazole’s of 300 mg weekly during two weeks is effective, elegant
and safe and that it is the pharmacodynamic rational regime of the therapies
Pityriasis versicolor.
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OJIYKOHA3OJI ¥V JIEYHEY PITYRIASIS VERSICOLOR
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Pesnume

AyTOpHM M3HOCE pe3y/TaTte CUCTEMCKe NMpuMeHe QuiykoHasosa y Jieuewy Pityriasis
versicolor. YkynHo je oopaheno 38 6onecHuka, 18 sxeHa u 20 myiikapaua. JlujarHo3a
60JIeCTH MTOCTaBJbeHA je Ha OCHOBY KIMHWYKOT TIperyieaa, HaTUBHOT MUKOJIOLIKOT TIpe-
mena u npuMeHoM Wood-ose samiie. Tepanuja je crmpoBoleHa mpumeHoMm 300 mg
¢aykoHa301a y jemHOj O3, jemaMmIlyT Hede/bHO, 2 Hemelbe. Ilepmonm mpahema M3HO-
CHO je HelleJby JaHa HAKOH CMpoBejieHe Tepamnuje. Tepamnujcka eUKACHOCT MPOLEHU-
BaHa je ca acrleKTa KIMHUYIKOT M MUKOJIONIKOT M3jieuerba. KimHuuka edukacHocCT
MpolehMBaHa je CEMUKBAHTUTATHUBHO Ha OCHOBY MPOLIEHTYaTHOI CMarbeHa TOTATHOT
CKopa 00JIECTM KOjU je M3pauyyHaBaH cabuparmbeM HYMEPUUKUX BPEIHOCTHU 3a TOjerHe
KJIMHUYKE TapaMeTpe KapaKTepUCTUUHe 3a 0OJieCT, a MHUKOJOIIKAa e(hUKACHOCT Ha
OCHOBY MUKOJIOIIIKOT Hajila3a M Hayiasza (IyopeciieHIMje HaKOH OcBeT/hbaBarba Wood-
-oBoM JilamnioM. Konrtposnu mpernieau BpuieHu cy 0, 14. u 22. nana. Pesyatatu uc-
TpaKMBama MOKA3alu Cy [1a je HAKOH JIBe HeleJbe Tepalnje KOMIUIETHO KIMHUYKO W3-
Jiederbe MOCTUTHYTO y 94,74%, a mukosomko y 92,11% GonecHuka. HakoH Hemesby
nmaHa Tipalierba CTOIa MMKOJIOIIKOT M3JIeUeHha Ce MOCBe M3jeqHauMIa ca CTOIOM KIIH-
HUYKOT M3JIeUekhba U M3HOCWIIA je Takohe 94,74%. HexxelbeHUX ngjcTaBa IMPUMEHE JIeKa
HUje OWJIO HM KOJ jeaHOT OOJIeCHUKA.
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MODIFIED SABOURAUD DEXTROSE AGAR
FOR ISOLATION AND IDENTIFICATION OF
DERMATOPHYTES

ABSTRACT: The most common causative agents of dermatomycoses are fungi be-
longing to genders Trichophyton, Microsporum and Epidermophyton. Media mainly used
for isolation of dermatophytes are mycobiotic agar, dermatophyte test medium, Sabouraud
agar (original formula or modification by Emmons) with or without antibiotics and cyclo-
heximide.

Peptones are the most important components of the media, which enable adequate
reproductivity in identification of dermatophytes. Standard medium for isolation of derma-
tophytes is not produced in our country. The aim of the study was to create an optimal,
easily accessible and economic medium which enables isolation and identification of derma-
tophytes according to criteria for morphological diagnosis provided by identification guides.

We examined 57 strains of Trichophyton, 24 of Microsporum and 5 of Epidermo-
phyton floccosum (E. floccosum). Each strain was seeded on Sabouraud dextrose agar (Tor-
lak, Serbia and Montenegro), Sabouraud maltose agar (Torlak), two experimental modified
Sabouraud dextrose agar media marked as SA-2 and SA-3 (Torlak), Sabouraud-Chloramp-
henicole agar (Biomerieux, France), Sabouraud-Chloramphenicole agar (Himedia, India),
Glucose-peptone agar (Himedia, India) and Sabouraud Emmons dextrose Agar with Chlo-
ramphenicole and Cycloheximide (Biolife, Italy).

Colony morphology of Trichophyton mentagrophytes (T. mentagrophytes) was uni-
form on all the media, while morphology of Trichophyton rubrum (T. rubrum) and Micro-
sporum canis (M. canis) depended more on the media type. Colonies of E. floccosum were
typical and uniform on all the media, as were the control species of Trichophyton schoenlei-
nii (T. schoenleinii) and Trichophyton soudanense (T. soudanense).

Experimental modified Sabouraud dextrose agar (Torlak) marked as SA-3 demonstra-
ted the best results in identification of dermatophytes in this study.

KEY WORDS: dermatophytes, identification, isolation, media
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INTRODUCTION

Dermatomycoses are diseases widespread throughout the world. Diagno-
sis of dermatomycoses is based on a mycological examination of skin and/or
skin adnexa scrapings and finding of mycelial filaments in the material, as
well as on isolation of a causative agent from the material. The most common
cause of dermatomycoses are fungi belonging to the genera Trychophyton,
Microsporum and Epidermophyton. Media mainly used for isolation of der-
matophytes are mycobiotic agar and dermatophyte test agar (7, 9), as well as
Sabouraud agar with original formula (glucose 4%, peptone 1%) or Emmons’
modification of Sabouraud medium (glucose 2%, peptone 1%). These media
can be made in house or purchased as ready-made.

Bacteria and saprophytic moulds which colonize the skin and/or it’s
adnexa (hair and nails) could interfere with isolation of dermatophytes since
dermatophytes grow more slowly. Therefore, media for isolation of dermato-
phytes are supplemented with antibiotics (chloramphenicole, gentamycine) and
antimycotic cycloheximide (actidione), which prevents growing of saprophytic
moulds. The number of onychomycoses caused by saprophytic moulds like
Aspergillus, Scopulariopsis etc. is increasing (5, 12), therefore nail scrapings
should be seeded both on media with actidione and media without it.

Standard medium for the isolation of dermatophytes is not manufactured
in our country. The aim of this study was to create an optimal, easily accessi-
ble and economic medium which would enable isolation and identification of
dermatophytes according to criteria for morfological diagnosis provided by
identification guides (3, 6, 8).

MATERIALS AND METHODS

We examined a total of 86 strains of dermatophytes: 57 strains belonging
to genus Trichophyton (T. mentagrophytes 36, T. rubrum 16, T. megninii 1, T.
equinum 1, T. soudanense 1, T. schoenleinii 1 and T. tonsurans 1), 24 strains
belonging to genus Microsporum (M. canis 20, M. audouinii 1, M. gypseum 1,
M. persicolor 1, M. species 1) and 5 strains of Epidermophyton floccosum (E.
floccosum). Control strains of dermatophytes that had been tested on myco-
biotic agar (Mycosel, Oxoid, UK) (7. schoenleinii, T. soudanense, T. equinum,
T. megninii, T. tonsurans, M. audouinii and M. persocolor) were obtained
thanks to Dr. Mary Moore (Department for Mycology, St. John’s Institute for
Dermatology, St. Thomas Hospital, London, UK).

Each strain was seeded on Sabouraud dextrose agar (SDA) (Torlak); Sa-
bouraud maltose agar (SMA) (Torlak); two experimental media made by mo-
dification of composition of standard Sabouraud dextrose agar, termed SA-2
and SA-3 (Torlak); Sabouraud-Chloramphenicole agar (Biomerieux, France);
Sabouraud-Chloramphenicole agar (Himedia, India); glucose-peptone agar (GPA)
(medium made in our laboratory with peptone manufactured by Himedia, In-
dia) and Sabouraud Emmons Dextrose Medium with Chloramphenicole and
Cycloheximide (BL) (Biolife, Italy). The experimental media SA-2 and SA-3
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were modified Sabouraud dextrose media: SA-2 with changed peptone compo-
sition and SA-3 with changed peptone composition and concetration of gluco-
se (2%). Media were poured in Petri dishes of 19 cm in diameter, about 5 mm
thick. Fungal innocula of pinhead size were seeded using a needle, on three
spots. Cultures were incubated in the dark at 27°C. Growth has been observed
for 3 weeks, and examination of colonies was done after 7,14 and 21 days.
Examination of colonies included: measuring of colony diameter depending on
the duration of incubation, morphology of colony surface (with detailed record
of the following parameters: uniformity, typical morfology regarding identifi-
cation keys, and pigment), pigment on the reverse of the colony and microsco-
pic findings.

The criteria for evaluation of the tested media were based on common
morphology of dermatophytes on mycobiotic agar (Mycosel, Oxoid, UK), and
on the identification keys (3, 6, 8).

RESULTS

Results of examination of Trichophyton mentagrophytes strains are shown
in Table 1.

Table 1. Trichophyton mentagrophytes (n = 36)

Parameters Details Colony morphology
colony diameter without AB* 21—48 mm
(7 days) with AB 14—33 mm
uniformity typical stable within species not depending on the

colony morphology appearance colour medium after 7 days center folded or bulged
white cream (2 species: yellow and greyish)
brownish red (varies from yellow

to brown) BL, SA-3, SA-2

SA-3 best (macroconidia, microconidia and
spiral hyphae), on SA-2 no macroconidia,
on BL chlamydospores dominate

pigment on the colour most
reverse of the colony intense

microscopic optimal
examination identification

* AB — antibiotic (chloramphenicole and/or actidione)

Notes:

1. After the second week colony diameter equalizes, independent on the presence of antibiotics in
the media.

2. No connection was found between the shape of the center and the type of medium.

3. Diagnosis of T. mentagrophytes can be made in one week.

Results of examination of Trichophyton rubrum strains are shown in
Table 2.
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Table 2. Trichophyton rubrum n = 16

Parameters Details Colony morphology
colony diameter without AB 10—28 mm
(7 days) with AB 5—20 mm
partial: all species are the same on the same
colony morphology uniformity medium; morphology depends on the medium

not on the species

typical appearance SA-2. SA-3. SDA

colour
. white (9 species: yellow, greyish or reddish

E;%g;sgto(fmthtge colour after 2 weeks) brownish red (varies from

N . yellow to brown after 2 weeks) SA-2, SA-3;
colony most intense

best after 7 days

MICroSCODIC optimal SA-3 the best (macro i microconida, spirals),

SCOP opumal on SA-2 no macroconidia, SDA, on BL
examination identification

chlamydospores dominate

Note: Diagnosis of 7. rubrum can be made after two weeks.

Results of examination of Microsporum species strains are shown in
Table 3.

Tabela 3. Microsporum species (canis, audouinii and species) n = 23

Parameters details colony morphology
10—46 mm
colony diameter with and without
(7 days) AB note great variation, does not depend on

AB in the medium
uniformity no*

colony tvpical appearance partial, species within gender difficult to
morphology** yP PP differentiate

colour white-orange
pigment on the |
reverse of the cotour orange
colony most intense variable SA-3, SA-2

note intensity of pigment depends on a species
microscopic SDA for 7 days macroconidia, a few days later
examination after 2 to 3 weeks also on SA-2, SA-3

* Four types of colonies could be differentiated: aberant, with fine mycelium grown in the medi-
um, orange white colonies and white with aboundant mycelium (sterile).

** Morphology depended on the type of medium, not on the species. Typical morphology was
present on SA-2 and SA-3, on SMA not satisfactory. On BL medium 5 of 11 species had
satisfactory morphology.

Note: M. audouinii had most typical colonies on SMA and BL.

On all the media the appearance of Epidermophyton floccosum was uni-
form and typical. Colony diameter was 6 to 11 mm after 7 days on media with
antibiotics, and 11 to 15 mm on media without antibiotics. Microscopic identi-
fication was possible after 7 to 14 days.
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Comparative analyses of the control strains on the mycobiotic agar
(Mycosel, Oxoid, UK) and our tested media

M. persicolor

The diameter of a colony after 7 days on mycobiotic agar was 25 mm,
and on our tested media 22—25 mm without antibiotics, and 16—22 mm with
antibiotics. On all the media colonies granulated surface and cream white colo-
ur with bulging center, except on SMA where the colour was rose. Pigment on
the reverse of the colony was brown on mycobiotic agar, rose on SMA, and
various intensity of yellow-brown on the other media, the strongest on SA-3.
Microscopic examination of colonies grown on the mycobiotic agar revealed
characteristic microconidia, macroconidia and spiral hyphae. Macroconidia and
microconidia were found in colonies from SA-3, SDA and GPA, and only
microconidia in colonies grown on the rest of the tested media.

T. equinum

The diameter of a colony after 7 days on mycobiotic agar was 30 mm,
and on our tested media 25 mm without antibiotics and 18—20 mm with anti-
biotics. On all the media colonies were almost identical: flat, disheveled, with
edges immersed in the media, coloured white to yellow. Pigment on the back
of the colony was brown in the center and yellow on the circumference. The
findings on SA-3 matched the most with the findings on the mycobiotic agar.
Characteristic microconidia were found by microscopic examination of a co-
lony from mycobiotic agar, while macroconidia in addition to microconidia of
a colony from SA-3.

T. megninii

The diameter of a colony after 7 days on mycobiotic agar was 12 mm,
and on our tested media 10—16 mm not depending on the presence of antibio-
tics. On mycobiotic agar the colony was flat, white, velvety, developing a rose
pigment only after the second week. On our tested media colonies were uni-
form, white coloured with bulging center and the formation of radial grooves
after the third week of incubation. Pigment on the reverse of the colony was
characteristic light red only on the mycobiotic agar, and on our tested media
no pigment was produced. Beside findings on the mycobiotic agar, microsco-
pic examination was characteristic on SMA (macroconidia and microconidia),
and only microconidia on SDA, SA-3 and BL.

T. tonsurans

The diameters of colonies after 7 days were about the same on all the
media, including mycobiotic agar. Colonies were powdery, cream to brown
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coloured, also identical on all the media. The pigment on the reverse of colo-
nies was characteristic — yellow-brown — on the mycobiotic agar. On our te-
sted media the production of pigment was satisfactory on SA-3, SDA and BL.
Besides typical microscopic findings on mycobiotic agar (microconidia, baloon
forms and chlamydospores), the same morphology was found on SA-2 and
SA-3.

T. schoenleinii and T. soudanense were of the same morfology on all the
tested media, including the mycobiotic agar.

Comparing the parameters of examination we found that the presence of
antibiotics in a medium, no matter whether they were antibacterial (Chloramp-
henicol) or antimycotic (Actidione), had influence on growth of the majority
of dermatophytes in the first week of incubation, reflecting on diameters of co-
lonies, with exception of T. tonsurans, T. megninii and genus Microsporum.

Morphology of all the strains of 7. mentagrophytes was uniform on all
the media, in contrast to 7. rubrum where morphology was more depending on
the type of the medium. Therefore, usage of a non-standard medium in practi-
ce could lead to mistakes in diagnosis of 7. rubrum.

Examination of 20 strains of M. canis established that colonies were di-
stinguished as members of the genus Microsporum, but variations in appearan-
ce were present. We noted that the difference in morphology was due to the
type of medium, and not to strain type.

Colonies of Epidermophyton floccosum were typical and uniform on all
the media, as were control strains of 7. schoenleinii and T. soudanense. Other
control strains of M. persicolor, T. tonsurans and T. equinum were of almost
identical morphology on all the media, including mycobiotic agar (Mycosel,
Oxoid, UK), in contrast to 7. megninii which showed somewhat different
morphology on mycobiotic agar than on the other media.

The colour of colonies of all the tested strains corresponded to the de-
scription in identification guides. The control strain of M. persicolor was rose
coloured on SMA, but cream on all the other media. For that reason SMA co-
uld be used for differential diagnosis of 7. mentagrophytes and M. persicolor.

All tested strains of dermatophytes, except 7. megninii and T. schoenlei-
nii, produced pigment of various intensity depending on the type of medium
or on the strain, which diffused into the media. SA-2 and SA-3 were most sti-
mulative for the pigment production in 7. mentagrophytes, T. rubrum and Mic-
rosporum species. Besides, SA-2 and SA-3 media performed best results in the
production of characteristic structures for asexual reproduction of dermato-
phytes, which contributed to clarity of microscopic morphology of all the stra-
ins of Trychophyton, except T. megninii. The control strain of 7. megninii de-
veloped more complete motphology on SMA. Microscopic finding of Micro-
sporum strains was better on SDA, where typical macroconidia developed in 7
days, though they did develop on SA-2 and SA-3 in the second week of incu-
bation. The control strain of M. audoinii demonstrated the best morphology on
SMA.
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DISCUSSION

The number of dermatophyte species is large, but only most commonly
isolated in our country were included in this study (2).

Specialized laboratories in the world mostly use mycobiotic agar for iso-
lation of dermatophytes (7). DTM (Dermatophyte Test Medium) and a new
DIM (Dermatophyte Identification Medium) are used for quick diagnosis of
dermatophytes (11). Diagnostic principle in these media is based on production
of alcaline metabolic products during growth — a feature that distinguishes
dermatophytes from saprophytic moulds. That leads to change in colour of a
medium (indicator is phenol-red in DTM, and brom-cresol-purple in DIM).
These media are mostly used in field research or in non-specialized laborato-
ries.

Dermatophytes are identified on the basis of colony morphology, growth
rate, pigment production, microscopic findings and physiological features. Most
strains of dermatophytes can be identified basing on their macroscopic and
microscopic features in primary culture. For further identification Lactrimel-
-agar and Trichophytone agars 1—7 (Difco) could be used, as well as a num-
ber of physiological tests (production of urease, hair perforation test etc.).

In addition to mentioned media, which are special for dermatophytes,
standard Sabouraud agar can also be used. Standard Sabouraud agar is a medi-
um consisting of 1% peptone, 1.5—2% agar, and 4% glucose, with final pH
5.6 (1). In practice, composition of Sabouraud media made by different manu-
facturers quite varies (1). Differences in media composition lead to differences
in morphology and lack of reproducibility in diagnosis of colonies (1, 10). The
most important component of the medium, one that morphology and especially
pigment production depends on, is peptone (4). Peptones present in commer-
cial Sabouraud media can be restrictively divided according to: enzyme used
for peptone hydrolyses (pancreatic, peptic, papaic), protein source (casein,
soya, meat), and according to purpose (mycological). These media are also dif-
ferent in final pH (5.6—6.8). Mycobiotic agar has similar composition as Sa-
bouraud agar, but it contains plant source peptone (phytone peptone) (1%),
dextrose (1%), actidione (0,04%) and chloramphenicole (0,005%) (7).

In our country only a few laboratories were able to perform isolation of
dermatophytes on mycobiotic agar. One of the authors (N. B.) spent most of
her long-standing experience working with Sabouraud dextrose agar supple-
mented with penicillin, streptomycin and cycloheximide for isolation of der-
matophytes. Differential diagnosis of dermatophytes on that medium was not
simple. Therefore, in this study, modifications of present Sabouraud dextrose
agar (Torlak) were undertaken, which were supposed to enable faster and more
accurate diagnosis of dermatophytes on an easily accessible and economic me-
dium.

By changing the peptone type and dextrose concentration in Sabouraud
dextrose agar (Torlak) we obtained a new medium SA-3, which enabled isola-
tion and identification of majority of species of dermatophytes in our region
according to identification guides.
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Conclusion: Experimental medium SA-3 (Torlak) demonstrated the best
results in identification of dermatophytes in this study. Macroscopic and mic-
roscopic morphology of dermatophytes on this medium corresponds the most
with morphology of these fungi on standard media that contain mycological
peptone as a main component. Sabouraud dextrose agar (Torlak), which was
used in our country for primary isolation of dermatophytes, can be used for
identification of M. canis because it supports production of macroconidia
already in the first week of incubation. On all the media T. mentagrophytes
can be diagnosed after 7 days, while for the identification of other species of
dermatophytes more than 14 days is necessary.
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MOAND®UKOBAHU CABYPO JEKCTPO3HU ATAP 3A U30JALNUIY
N MAEHTUOUKALINTY JEPMATODOUTA

Huna M. Bynajuh, Iparana M. MBanoBuh, Mwuinan 3. CaBuh
Pesume

JlepMaToOMUKO3€ Cy IIMPOKO pacIpocTpaibeHa 000JbeHha CBYrae y cBeTy. Hajue-
mwhu y3pouyHUIIM A€pPMAaTOMMKO3a Cy TbMBe U3 poaoBa Trichophyton, Microsporum wn
Epidermophyton. 3a wu3onauujy aepmaroduTa YrJaBHOM CE€ KOPUCTE MUKOOMOTCKU
arap, nepmatodut-tecT arap, Cabypo arap ca opuruHajiHoM (opmyiaom uiu EmoHco-
Ba momudukanuja Cabypo arapa ca u 0e3 aHTMOMOTHKA U IUKIoXekcumuaa. Ilernrronn
Cy Haj3HauyajHUja KOMIIOHEHTA MOJIora Koja oMmoryhaBa aneKkBaTHY PeNpOayKTUBHOCT y
uneHTuduKauju nepMaroura. Y Haloj 3eMbU Ce He MPOU3BOIAM CTaHAApAHA TOMI-
Jora 3a u3oJjauujy aepmarodputa. b oBor pama je 6uo ma ce KpeuMpa ONTUMAajHa,
JIaKO JOCTYITHA M1 €KOHOMUWYHA TIojJIora, Koja omoryhasa uzojauujy u uaeHTUUKaIm-
jy mepmaroguTa mpemMa KpuTepujymMuMa 3a MOpP(QOJIOIIKY AUjarHOCTUKY IpeaBuh)eHuM
BOIMYMMA 33 UACHTU(UKALIN]Y.

IMpernenano je 57 cojeBa poaa Trichophyton, 24 cojeBa pona Microsporum u 5
cojeBa Epidermophyton floccosum (E. floccosum). CBaku coj je 3acejaH Ha CabOypo
nexkctpo3Hu arap (Topinak), Cabypo manro3Hu arap (Topiak), n1Be eKcriepuMeHTaIHE
MOJJIOre HacTajie MoIM(UKOBamkeM cacTaBa cTraHmapaHor CaOypo OEeKCTpPO3HOI arapa
noa pagHuMm HasuBoM SA-2 u SA-3 (Topnak), Cabypo-xiaopamdenukon arap (Bio-
merieux, @panuycka), Cabypo-xiopampenukon arap (Himedia, Muouja), ryko3o mem-
ToHCKHM arap (ca mentoHoM Himedia, Mumuja) u Cabypo EMoHC mekcTpo3HM arap ca
xjiopampeHnkonom u nuukioxekcumuaom (Biolife, Utanuja). Kpurepujymu 3a oieHy
MCIUTUBAHUX MOJJIOTa YCTAHOBJbEHM CYy Ha OCHOBY IO3HaTe MOPGhOIOTrHje KOjy CojeBU
nepmaroduTa nmokasyjy Ha Mukoourorckom arapy (Mycosel, Oxoid, Beauka bputanuja)
Y Ha OCHOBY K/byya 3a MAEHTUDUKALM]y IJbUBA.

Mopdonoruja kononuja Trichophyton mentagrophytes (T. mentagrophytes) ouna
je yHudopMHa Ha CBUM mojjiorama, 1ok je mopdonoruja Trichophyton rubrum (T. ru-
brum) n Microsporum canis (M. canis) BUllIe 3aBUCHUJIA OJ BPCTE MOMIJIOTe HETro OJl CO-
ja. Kononuje E. floccosum cy Owie TUNUYHE U YHUGOPMHE HAa CBUM HCIUTUBAHUM
rnojjioramMa, Kao M KOHTPOJHU cojeBU Trichophyton schoenleinii (T. schoenleinii) n
Trichophyton soudanense (T. soudanense). ExciepuMmeHTanHa nomjora SA-3 nokaszana
je Hajoosbe pesyaTaTe y uaeHTUdUKaLUju aepMaTodura y OBOj CTyauju. MakpocKom-
CKa U MMKPOCKOIICKa MopdoJoryja aepmMaTodura Ha OBOj MOIO3M HajBUIILE OlroBapa
MOpGOJIOrUju OBUX IJbMBAa Ha CTaHIApAHUM IIOJIOTaMa y KOjuMa ce Kao IJIaBHA KOM-
MOHEHTa HaJla3u MUKoJIoKK menToH. Cabypo nekctpo3Hu arap (Topnak), koju ce
Jocama y Halloj 3eMJbM KOPUCTHO 3a MPUMAapHY M30Jallujy aepMaTodura, MOxKe ce
KOPUCTUTHU Yy UIAeHTU(DUKaUMjU M. canis jep MOTIOMaXKe MPOIYKIIM]y MaKpOKOHUAM]ja
Beh y npBoj Henmesbu MHKyOauuje. Ha cBum nomnorama 7. mentagrophytes ce Moxe
JIMjarHOCTUKOBATH HAaKOH 7 JaHa, JOK je 3a WAeHTU(hUKALMjy OCTAIUX BPCTa I€pMaTo-
¢ura morpedbHO Buie ox 14 maHa.
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EFFICIENCY OF PC GENES OF RESISTANCE
TO PREVALENT PATHOTYPES OF
PUCCINIA CORONATA AVENAE

ABSTRACT: This paper deals with efficiency of some Pc genes of resistance to pre-
valent pathotypes of crown rust causer in oat. It was found that in seedlings stage the most
efficient were genes Pc 68 and Pc 39 (100%). Satisfying degree of efficiency demonstrated
genes Pc 38 and Pc 55 (87,5%). Majority of genes expressed partial resistance. Efficiency
of Pc genes of resistance to prevalent pathotypes of pathogen in both years of investigation
was satisfying and it was 61,45%.

KEY WORDS: efficiency, oats, Pc genes, Puccinia coronata avenae, resistance

INTRODUCTION

Leaf rust of oat, with its causer Puccinia coronata avenae, is frequent
and economically very important oats disease (Harder and Haber, 1992;
Sebesta et al, 1996; Chong and Aung, 1996; Aung et al., 1996).
There is small number of data for appearance and damages caused by this pa-
rasite in SCG. This disease is appearing frequently, while strong attack was
noticed in 1959 (Kosti¢, 1965). Stojanovi¢ et al., (1995) pointed out
that crown rust is broadly distributed in Serbia, but the intensity of its deve-
lopment is different in some years and locations. In conditions of epidemic,
grain yield is lower from 30 to 50% (Hohrjakova and Fedorova,
1975).

Different strategies were applied in breeding of oats for resistance to this
pathogen. Basic goal was in generally to control intensity of disease develop-
ment on low level, and in that way to make possible a stabile production. One
of significant strategies is incorporation of more major genes for resistance in
new cultivar (Mundt, 1990; BoSkovic¢ et al., 2000).
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The goal of these investigations was to establish efficiency of some Pc
genes of resistance to prevalent pathotypes of P. coronata avenae.

MATERIAL AND METHODS

Investigations were carried out during 1999 and 2000 year in Center for
Small Grains in Kragujevac. Establishment of virulence formulas of prevalent
pathotypes was performed by set of isogenic lines of oats with famous genes
for resistance (Pc 38, Pc 39, Pc 48, Pc 50, Pc 50-2, Pc 54-1, Pc 54-2, Pc 55,
Pc 56, Pc 58, Pc 59, Pc 60, Pc 61, Pc 62,v Pc 63, Pc 64, Pc 67 and Pc 68),
according to methods of Green, 1965; Sebesta and Harder, 1983).

Resistance of seedlings of genotypes with known Pc genes for resistance
was examined in controlled conditions (growth chamber). Inoculation of see-
dlings by pure cultures of prevalent pathotypes with pathogen formulae (A/V):
38, 39, 48, 50-2, 54-1, 54-2, 55, 58, 60, 61, 62, 67, 68/50, 56, 59, 63, 64 and
38, 39, 48, 54-1, 55, 56, 58, 59, 60, 63, 68/50, 50-2, 54-2, 61, 62, 64, 67, was
performed in stage of full development of the first leaf, and after 12—14 days
it was estimated the type of their reaction by determination of types of infec-
tion from 0 to 4 (Stakman et al., 1962).

Efficient were those genes, which in interaction with genes for virulence
of pathogen made possible expression of resistant (0—2), and inefficient those
that caused expression of susceptible types of infection (3—4).

RESULTS OF INVESTIGATIONS

The obtained results show that efficiency of Pc genes to causer of P. co-
ronata avenae was different, which is noticeable from the data presented in
Table 1.

In 1999 season, the most efficient were genes Pc 39, Pc 39, Pc 54-1 and
Pc 68 with 100% efficiency to prevalent pathotypes of the mentioned patho-
gen. On the other side, the lowest efficiency demonstrated genes Pc 39, Pc 63,
Pc 64 and Pc 67 (25%). Efficiency of genes Pc 48, Pc 50, Pc 56 and Pc 58
was 50%, and genes Pc 50-2, Pc 54-2, Pc 55, Pc 60, Pc 61 and Pc 62, 75%,
which points out their medium efficiency.

In the 2000 season, genes Pc 39, Pc 48, Pc 55, Pc 56, Pc 59 and Pc 68
demonstrated the highest efficiency (100%), which means that for these genes
of resistance in population of pathogen were not present adequate alleles of vi-
rulence. High efficiency expressed gene Pc 58, which was 87,5%. The lowest
efficiency (0%) had genes Pc 50-2 and Pc 54-2, for which, all pathotypes
were virulent. Very low efficiency (12,5%) demonstrated also genes Pc 61, Pc
64 and Pc 67. The rest genes Pc 38, Pc 50, Pc 54-1, Pc 60, Pc 62 and Pc 63
were middle efficient to population of pathogen and their efficiency ranked
from 25% to 75%.

The most efficient in both years of investigations were genes Pc 39 and
Pc 68 (100%). High efficiency expressed genes Pc 38 and Pc 55 which was
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Table 1. Efficiency of Pc genes of resistance to prevalent pathotypes of Puccinia coronata avenae
in 1999 and 2000 seasons

1999. 2000.
g;‘;s R* S* R S Average
Ne %o Ne % Ne % Ne %o
38 4 100.00 0 0.00 6 75.00 2 25.00 87.50
39 4 100.00 0 0.00 8 100.00 0 0.00  100.00
48 2 50.00 2 50.00 8 100.00 0 0.00  75.00
50 2 50.00 2 50.00 2 25.00 6 75.00 37.50
50-2 3 75.00 1 25.00 0 0.00 8 100.00 37.50
54-1 4 100.00 0 0.00 5 62.50 3 37.50 81.25
54-2 3 75.00 1 25.00 0 0.00 8 100.00 37.50
55 3 75.00 1 25.00 8 100.00 0 0.00 87.50
56 2 50.00 2 50.00 8 100.00 0 0.00  75.00
58 2 50.00 2 50.00 7 87.50 1 12.5 68.75
59 1 25.00 3 75.25 8 100.00 0 0.00  62.50
60 3 75.00 1 25.00 5 62.50 3 3750  68.75
61 3 75.00 1 25.00 1 12.50 7 87.50  43.75
62 3 75.00 1 25.00 3 37.50 5 62.50  56.25
63 1 25.00 3 75.00 6 75.00 2 25.00  50.00
64 1 25.00 3 75.00 1 12.50 7 87.50 18.75
67 1 25.00 3 75.00 1 12.50 7 87.50 18.75
68 4 100.00 0 0.00 8 100.00 0 0.00  100.00
Mean 63.88 59.02 61.45

* R — resistant; S — susceptible

87,5%. Resistance of majority of the rest Pc genes ranked from 18,75% to
81,25%. Genes Pc 64 and Pc 67 were very low efficient (18,75%).

Average efficiency of genes of resistance in the first year of investigati-
ons was 63,88% and it was something higher than the average efficiency of
genes in the season 2000, which was 59,02%. Efficiency of Pc genes of resi-
stance to prevalent pathotypes of pathogen in both years of investigations was
sufficient and it was 61,45%.

DISCUSSION

Resistance of oats to P. coronata avenae is controlled by different genes,
which were marked by starting fonts of pathogen (Pc). Existence of good so-
urces of resistance, as well as knowledge of efficiency of Pc genes, present the
basis for oats breeding in the goal of creation of resistant cultivars against this
pathogen.

The number of genes, which control resistance of oat to causer of crown
rust in some cultivar is great and can vary from one to several tens. Si-
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mons et al (1978) in their catalogue presented the list of 61 Pc genes of re-
sistance. According to recent knowledge, today over 90 Pc genes of resistance
(Chong and Brown, 1996) are famous.

Efficiency of Pc genes was the object of many investigations in the world
(§ ebesta et al., 1987, 1995, 1997, 2003; Manisterski and Wahl,
1995; Chong, 1996; Chong and Aung, 1996; Leonard and Anik-
ster, 1996; Dilkova and Forsberg, 1996), as well as in our country
(Kosti¢, 1964; Stojanovic et al, 1995; Staleti¢ et al., 2002). In
dependence on virulence of population of pathogen, efficiency of identified ge-
nes of resistance was different.

Our results demonstrate that the most efficient in both years of the inve-
stigation were genes Pc 68 and Pc 39 (100%). Manisterski and Wahl
(1995) emphasized that line with Pc 68 gene was completely resistant in stage
of seedlings, which is in agreement with the obtained results. Sebesta et
al., (1996) pointed out that genes Pc 39, Pc 55, Pc 58 and Pc 68 are very effi-
cient in seedlings stage. Also, significant efficiency of gene Pc 68 (99%)
found Leonard and Anikster (1996) in USA, as well as Bonnett
(1996) in Australia. During the period from 1995 to 2001, those genes in Eu-
rope demonstrated very high efficiency, Pc 68 (99%) and Pc 39 (94%), (Se -
besta et al., 2003).

In our study, except of genes Pc 68 and Pc 39, as efficient appeared ge-
nes Pc 38 and Pc 55 (87,5%) and Pc 54-1 (81,25%), too. Line with gene Pc
38, in former studies (Kostié, 1964; Stojanovic et al, 1995) expressed
high resistance, which is in agreement with the obtained results, however, in
recent years in our population of pathogen appeared pathotypes with alleles of
virulence for Pc 38 gene (Staletic¢ et al., 2002).

The greatest number of genes expressed partial efficiency which was
from 37,5% to 75%. Low efficiency expressed genes Pc 64 and Pc 67
(18,75%).

The results related to efficiency of genes for resistance are not universal,
since they can be different depending on areas and of specific structure of po-
pulation of pathogen, as well as ecologic factors (Lampert et al, 1990).
Observing efficiency of genes per year it can be noticed that some genes (Pc
38, Pc 39, Pc 54-1 and Pc 68) in 1999 and genes (Pc 39, Pc 48, Pc 59 and Pc
68) in 2000 expressed high efficiency, that is, they did not have alleles of vi-
rulence in population of pathogen. Yukhnina et al., (1996) emphasized
significance of line with gene Pc 59, which possesses high resistance to causer
of crown rust of oat, but also, excellent agronomic characteristics. In the 2000
year, gene Pc 54-2 was completely inefficient (0%). In breeding programs for
resistance there are being used those genes to which the 90% of pathotypes of
pathogen are avirulent (Krivéenko and Sukhanberdina, 1978).

On the basis of the obtained results it could be concluded that the
efficiency of Pc genes for resistance to prevalent pathotypes of P. coronata
avenae was middle (61,45%), which points at a need for invention of new do-
nors of Pc genes of resistance because of their usage in oats breeding for resi-
stance to this pathogen.
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E®OUKACHOCT PC T'EHA OTIIOPHOCTHU ITPEMA IMPEBAJIEHTHUM
[MATOTUITIOBUMA PUCCINIA CORONATA AVENAE

Mupjana [. Craneruh, Cpoubpan . CrojanoBuh, Munupoje C. MunoBaHosuh
HMHctutyr 3a uctpaxkuBama y nojbonipupean CPBUJA — Beorpan,
LlenTap 3a crpHa xurta, KparyjeBan, C. KosaueBuha 31, 34000 Kparyjesau, CLII’

Pesnme

VY pany je mar nperjien e(uUKacHOCTM HEKUMX Pc TeHa OTIIOPHOCTH TpeMa IpeBa-
JICHTHMM TaTOTUIOBMMA MPOY3poKoBaua JiucHe phe oBca. YTBpheHo je na cy y dasu
cejaHala HajeurkacHuju Owin reHu Pc 68 u Pc 39 (100%). 3agoBoibaBajyhu crereH
e(rKacHOCTM UCTTOBUIN CY U TeHu Pc 38 n Pc 55 v oHa je usHocuna 87,50%. Behn-
Ha TeHa je MCMojbujia mapuujagHy otrnopHocT. E¢ukacHocT Pc TeHa OTIIOPHOCTU Mpe-
Ma MpeBaJEHTHUM MATOTUIIOBMMA IMaToreHa y 00e roaMHe MCIUTUBaba Ouia je 3a10-
BoJbaBajyha m m3Hocuna je 61,45%.
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