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CARBON, LAND USE AND SOIL TYPE  

IN SERBIA

ABSTRACT: Correlation between soil organic carbon (SOC) and land use and soil 
type were investigated in the soils of the Republic of Serbia. The database included a total 
of 1,140 soil profiles. To establish the correlation between organic carbon content and soil 
type, a soil map of Serbia was adapted to the WRB classification and divided into 15,437 
polygons (map units). The SOC stock values were calculated for each reference soil group 
based on mean values of SOC at 0–30 and 0–100 cm and their areas. The largest SOC stocks 
for the soil layers 0–30 cm were found in Cambisol 194.76 x 1012 g and Leptosol 186.43 x 
1012 g and for the soil layers 0–100 cm in Cambisol 274.87 x 1012 g and Chernozem 230.43 
x 1012 g. Using the Corine Land Cover (CLC) database, ​​the major categories of land use were 
defined. Based on the obtained mean values ​​of organic carbon content for the soil layers 
0–30 and 0–100 cm and the areas indicated by Corine Land Cover categories of land use, 
the organic carbon stocks in agricultural soil, forest soil, semi-natural areas, and artificial 
areas were calculated. The correlation of organic carbon stocks and the different land use 
categories, soil reference group, and soil depth was studied for reference groups that occupy 
the major part of central Serbia, such as Cambisol (taking up 37.76% of the territory) and 
Leptosol (22.22% of the territory), and have a sufficient number of sites that were required 
for this type of analysis.
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INTRODUCTION

Soil is a natural resource with accumulated large organic carbon stocks 
(Lal, 2004; Manojlović, 2008). Appropriate land use aimed at increasing the 
level of organic carbon can increase the productivity and sustainability of 
agricultural ecosystems (Cole et al., 1997). Also, appropriate land use has a 
role in alleviating greenhouse gas effects, given that the soil is capable of either 
releasing or absorbing carbon. The total content of organic matter in the soil 
is higher in the conservation tillage as compared to plowing in winter wheat 
and sunflower production (Šeremešić et al., 2016). Statistical analysis has shown 
that there is a significant effect of the tillage system and the crop on the change 
of the total content of organic matter. Increasing organic matter in the soils is 
an important strategy of biological immobilization of carbon (Manojlović and 
Aćin, 2007; Manojlović et al., 2008). To ensure sustainable land use, the or-
ganic matter in the soils must be kept at a satisfactory level. The content of 
organic matter in specific layers of the soil is a basis for the calculation of 
organic matter up to a meter depth (Gobin et al., 2011; Vidojević and Manojlović, 
2010). In this manner, organic carbon stocks can be assessed against the soil 
type and its specific use. Identifying parameters influencing the reduction of 
organic carbon stocks in the soil, as well as interconnectedness of these 
parameters lays the foundation for mapping the areas at risk of organic matter 
reduction. Organic carbon stocks in the soils of the Republic of Serbia have 
not been assessed consistently. The results of the assessment done so far have 
shown that a universal approach that would apply to a large area is not possible 
and that more detailed analyses will require more precise and reliable data at 
both regional and national levels. 

MATERIAL AND METHODS

Soil database

In the period 2009–2011, a database was established which served as the 
basis for further research. Its objective was to collate all available data and to 
adapt them to fit the base. Presently, the database includes a total of 1,140 soil 
profiles which involve 4,335 horizons. The database comprises the data for 
analytical study collected in the period 1962–2010. The soil map of Serbia shows 
that the reference groups Histosol, Anthrosol, Calcisol, Podzol, Phaeozem, and 
Umbrisol are distributed over a limited area in the country, totaling 3.58%. 
The most extensive groups are Cambisols (27.99%), Chernozems (17.68%) and 
Leptosols (15.9%) (Vidojević et al., 2015).

To establish the relationship between organic carbon content and land use 
and soil type, a soil map of Serbia was adapted to the WRB classification and 
divided into 15,437 polygons (map units). The assessment was based on long-term 
research data and data from the Soil Information System of Environmental 



11

Protection Agency (Vidojević and Manojlović, 2010). The assessment of organic 
carbon stocks in the soils of the Republic of Serbia was carried out in the period 
2009–2013 and it was made in soil layers 0–30 cm and 0–100 cm and based on 
soil type and land use category. 

Calculation of organic carbon stocks per land use categories

Using the Corine Land Cover (CLC) database for 2006, the areas of the 
major categories of land use were defined. Based on the obtained mean values 
of organic carbon content in soil layers 0–30 and 0–100 cm and the areas 
indicated by Corine Land Cover categories of land use, the organic carbon 
stocks in agricultural land, forest land, semi-natural areas, and artificial areas 
were calculated. The last category includes mostly the urban green areas and 
recreational areas. The database does not contain organic carbon data for other 
categories of land use.

Organic carbon stock for the soil layer 0–30 cm per land use category was 
calculated according to the following formula:

SOC 30 cm (t) = Ʃ {(ẋ) mean value of organic carbon content per category of land 
use for the soil layer 0–30 cm (t ha-1) x area occupied by land use category (ha)}

Organic carbon stock for the soil layer 0–100 cm was calculated accord-
ing to the following formula:

SOC 100 cm (t) = Ʃ {(ẋ) mean value of organic carbon content per category of land 
use for the soil layer 0–100 cm (t ha-1) x area occupied by land use category (ha)}

Statistics

Statistical data analysis was used to identify and establish the correlation 
between the organic carbon stocks from the most represented soil reference 
group and the land use category. 

The correlation of the organic carbon stocks and the different land use 
categories (agricultural land and forest land), soil reference group, and soil depth 
was studied for reference groups that occupy the major part of central Serbia, 
such as Cambisol (taking up 37.76% of the territory) and Leptosol (22.22% of 
the territory), and have a sufficient number of sites that were required for this 
type of analysis. The Cambisol reference group included 90 sites in agricultural 
land and 64 sites in forest land. The Leptosol reference group included 35 sites 
in agricultural land and 71 sites in forest land. 

The analysis of soil organic carbon stocks was performed with a package 
IBM SPSS statistics 20. Indicators of descriptive statistics were obtained to 
identify a general trend in the variability of organic carbon stocks in different 
extreme conditions. The analysis of the variance during a three-factor experiment 



showed the importance of land use impacts, reference soil group, and soil depth 
for the organic carbon content – for 5% and 1% risk levels. Relative interdepend-
ence of characteristics was measured with the Pearson correlation coefficient, 
tested at the 5% and 1% level of significance.

RESULTS

Organic carbon stocks broken down by different land use categories were 
identified by examining the soils at 1,140 sites for assessment of soil organic 
carbon stocks in t/ha. The analysis of the share of land use category at inves-
tigated sites has shown that 6.5% of sites are classified as artificial areas for 
assessment of soil organic carbon stocks in t/ha, 50.6 % of sites are classified as 
agricultural land, and 42.9% of sites are classified as forests and semi-natural 
areas. Distribution of soil organic carbon was shown in relation to land use 
category as defined by the Corine Land Cover categories. In the Republic of 
Serbia, artificial areas, agricultural land, forests, and semi-natural areas, and 
wetlands and water surfaces cover 257,070 ha, 4,395,186 ha, 2,967,453 ha, and 
127,691 ha, respectively. The respective percentages are 3.32%, 56.73%, 38.30%, 
and 1.65%.

The analysis of organic carbon content in agricultural land showed that 
in layer 0–30 cm the values ranged from 3.72 t ha-1 to 328.23 t ha-1 (Table 1). 
The mean value was 68.99 t ha-1. In layer 0–100 cm the values ranged from 
18.25 t ha-1 to 658.40 t ha-1, with the mean value of 136.57 t ha-1. The analysis of 
variation coefficients indicated that the mean values for this land use category 
were not sufficiently representative (CV > 50%) (Vidojević et al., 2015).

The analysis of organic carbon content in the category of forests and semi-
natural areas showed that in the layer 0–30 cm the values ranged from 4.93 t ha-1 
to 527.22 t ha-1. The mean value was 116.35 t ha-1. In layer 0–100 cm, the values 
ranged from 10.06 t ha-1 to 646.98 t ha-1, with the mean value of 154.19 t ha-1. 
The analysis of variation coefficients indicated that the mean values for this 
land use category were not sufficiently representative (CV > 50%).

The analysis of organic carbon content in the category of artificial areas 
showed that in layer 0–30 cm the values ranged from 30.71 t ha-1 to 133.51 t ha-1. 
The mean value was 74.74 t ha-1. In the layer 0–100 cm, the values ranged from 
45.68 t ha-1 to 342.66 t ha-1, with the mean value of 161.43 t ha-1. The analysis 
of variation coefficients indicated that these mean values were representative 
(CV < 50%) for this land use category.

Based on the areas of the different land use categories, the values of or-
ganic carbon stocks for these categories were obtained. The results showed 
that the organic carbon stocks in the category of agricultural land were 303.22 
x 1012 g (Tg) and 600.25 x 1012 g (Tg) for the soil layers 0–30 cm and 0–100 cm, 
respectively. In the category of forests and semi-natural areas, the organic 
carbon stocks were 345.26 x 1012 g (Tg) and 457.55 x 1012 g (Tg) for the layers 
0–30 cm and 0–100 cm, respectively. In the category of artificial areas, which 
mainly included sites within urban green areas and recreational areas, the 
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organic carbon stocks were 19.21 x 1012 g (Tg) and 41.50 x 1012 g (Tg) for the 
soil layers 0–30 cm and 0–100 cm, respectively. The category of wetlands was 
not investigated in this study.

Table 1. Soil organic carbon (SOC) content and SOC stocks by CLC categories in the 
Republic of Serbia

Area
(ha)

Area
(%) n

0–30cm 0–100 cm
SOC content 

(t ha-1)

SOC 
stock
(Tg)

SOC content 
(t ha-1)

SOC 
stock
(Tg)M

ea
n

M
in

M
ax

SD M
ea

n

M
in

M
ax

SD

Agricultural 
areas 

4,
39

5,
18

6

56
.7

3

57
7

68
.9

9

3.
72

32
8.

23

36
.6

8

30
3.

22

13
6.

57

18
.2

5

65
8.

40

72
.8

6

60
0.

25

Forestland and 
semi-natural 
areas 2,

96
7,

45
3

38
.3

0

48
9

11
6.

35

4.
93

52
7.

22

79
.6

0

34
5.

26

15
4.

19

10
.0

6

64
6.

98

93
.2

2

45
7.

55

Artificial 
areas 25

7,
07

0

3.
32 74

74
.74

30
.7

1

13
3.

51

22
.6

1

19
.2

1

16
1.

43

45
.6

8

34
2.

66

65
.71

41
.5

0

n: Number of soil profiles in the database. SD: Standard deviation

The obtained data indicated that there existed a great variability in the 
content of organic carbon among the reference soil groups. The largest SOC 
stocks for the soil layers 0–30 cm were found in Cambisol 194.76 x 1012 g and 
Leptosol 186.43 x 1012 g and for the soil layers 0–100 cm in Cambisol 274.87 
x 1012 g and Chernozem 230.43 x 1012 g. 

Multi-regression and correlation analysis

Table 2 shows the results of descriptive statistics of the content of organic 
carbon in the soil as related to different land use categories and WRB groups, 
measured up to 30 cm and 100 cm depth. The lowest variability of the content of 
soil organic carbon, measured in two layers of the soil, was found in Cambisol 
in agricultural land (28.75% and 39.30% respectively), while Leptosol in agri-
cultural land showed most variability (64.24% and 86.67% respectively). With 
increasing depth of agricultural land, the dispersion of the organic carbon 
stocks increases as well. When it comes to forest land, for both groups the 
variability of organic carbon content is almost regular. Generally speaking, the 
variability of soil organic carbon stocks is outstanding (Cv>30%), which means 
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that the concentration of the observed element is impacted to a great extent by 
external factors.

Table 2. Descriptive statistics of the content of soil organic carbon for the soil layers 0–30 
cm and 0–100 cm as related to different WRB groups and land use categories (t/ha)

Land use category WRB group n
x̄ ± Sx̄ Xmax–Xmin Cv (%)

0–30 cm

Agricultural land 
Cambisol 90 63.49 ± 1.94 134.68–20.44 28.75
Leptosol 35 117.26 ± 12.73 328.23–18.25 64.24

Forestland
Cambisol 64 124.99 ± 9.18 347.62–40.50 58.27
Leptosol 71 184.75 ± 12.75 471.70–32.48 58.05

0–100 cm

Agricultural land 
Cambisol 90 102.72 ± 4.26 250.72–25.74 39.30
Leptosol 35 162.10 ± 23.74 658.40–18.25 86.67

Forestland
Cambisol 64 154.73 ± 10.05 398.43–59.96 51.55
Leptosol 71 217.43 ± 16.41 646.98– 32.48 63.60

n: Number of soil profiles

What is also worth noting is that organic carbon stocks for the Leptosol 
reference group are larger in comparison to the Cambisol reference group; the 
same applies to forest land when compared with agricultural land. Measured 
differences in the content of organic carbon stocks for different reference soil 
groups and land use categories for the soil layers 0–30 cm and 0–100 cm have 
been statistically tested (Tablе 3). The co-occurring influence of the three 
factors (reference soil group, land use category, and depth of soil layers) on the 
variability of organic carbon stocks has been examined. The variance analysis 
test has shown that individual factors have a very significant statistical impact 
on the change of organic carbon concentrations in the soil (p<0.01), while their 
interaction (on both levels) is not statistically significant (p>0.05).

Table 3. The analysis of variance (ANOVA) of tested factors and their influence on the 
variability of soil organic carbon 

Test Land use 
(A)

Reference 
soil group

(B)
Depth (C) AxB AxC BxC AxBxC

F
p-level

52.212**
0.000

51.907**
0.000

20.063**
0.000

0.081NS

0.776
0.438NS

0.508
0.069NS

0.794
0.007NS

0.935
Partial 
eta-squared 
coef.

0.093 0.092 0.038 0.0001 0.0009 0.0001 0.0000

NS >0,05 **<0,01
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Apart from statistical importance, based on partial eta-squared coeffi-
cients, the effects of each factor were measured. The measurement has shown 
that land use category (agricultural or forest), as well as reference soil group 
(Cambisol and Leptosol) have nearly identical effects on the variability of 
organic carbon stocks: the land use category influences variability by 9.3%, 
and the reference group by 9.2%. The measured depth of soil layers modifies 
the values of SOC by 3.8%.

DISCUSSION

The map of organic carbon distribution depending on land use category 
showed that organic carbon stocks were higher in forests and semi-natural 
areas than in agricultural land, up to 40.71% and 11.43% for the soil layers 0–30 
cm and 0–100 cm, respectively (Vidojević, 2016). Organic carbon content was 
found to be higher in artificial areas than in agricultural land, forestland, and 
semi-natural areas. The reasons for this are manifold, but the most probable 
explanation is that the samples for this category were taken from urban green 
areas and recreational areas which are intensively fertilized and the removal 
of organic carbon is reduced. This study showed that there occurred a great 
variability in results when categories of land use were analyzed. Only the sites 
belonging to the category of artificial areas, at 0-30 cm, produced sufficiently 
representative values of the mean content of organic carbon. It appears that 
organic carbon content depends more on other factors, such as soil type, cli-
matic conditions, and altitude than on land use category.

The distribution of organic carbon stocks in the soil layer 0–30 cm has 
shown higher values in central Serbia, with larger areas of forested land in 
comparison to the Province of Vojvodina in the north of the country consisting 
of mostly agricultural fields (Vidojević et al., 2017). The distribution of stocks 
in the soil layer 0–100 cm has shown larger carbon content in the Province of 
Vojvodina in comparison to central Serbia. These are mostly the reference 
groups of Chernozem and Gleysol, occupying 76.03% of the area of the Prov-
ince of Vojvodina, which has larger organic carbon stocks in comparison to 
the most prevalent referent group in central Serbia – Cambisol (Vidojević et 
al., 2016). 

Analysis of the organic carbon content in the surface layer (0–20 cm) in 
the most prevalent soils of forest ecosystems in central Serbia: eutric Ranker, 
eutric Cambisol, and dystric Cambisol has shown that the mean value of organic 
carbon for all the tested soils amounts to 5.77 kg m–2 (Kadović et al., 2012).

The research done by Freibauer et al. (2004) has pointed out that average 
organic carbon stocks in European arable land are at the level of mean organic 
carbon stocks in European mineral soils (around 53 t/h) at a 0–30 cm depth when 
different soil types are taken into consideration. Consequently, it is likely that 
European soils vary to a great deal across climate regions and soil types.

Based on a research study of organic carbon stocks in agricultural land 
of Europe conducted using a CENTURY model (Lugato et al., 2014), a value 
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of 17.63 Gt for a 0–30 cm layer was obtained. The model included the EU and 
non-EU countries (Serbia, Bosnia and Herzegovina, Croatia, Albania, Macedo-
nia, and Norway). The results obtained by the model were tested against the 
European Environment and Observation Network (EIONET) results, as well 
as against approximately 20,000 soil samples from LUCAS 2009 study.

The organic carbon stocks in agricultural land were identified and meas-
ured based on the surface of agricultural land in the Republic of Serbia. The 
value shown in Gt is 0.35 Gt of organic carbon stocks at a 0–30 cm depth in 
arable land of the Republic of Serbia, or else 1.98% of total content for the 
agricultural soils of Europe tested with the CENTURY model (Vidojević et 
al., 2014).

CONCLUSION

The spatial distribution of organic carbon stocks and its variability in the 
Republic of Serbia is caused by various factors. 

The co-occurring influence of reference soil group, land use category, 
and depth of soil layer on the variability of organic carbon stocks has been 
examined. The variance analysis test has shown that individual factors have a 
very significant statistical impact on the change of organic carbon concentra-
tions in the soil, while their interaction (on both levels) is not statistically 
significant.

The research has shown a high variability of results for different categories 
of land use. The measurements have shown that land use category (agricultural 
or forest), as well as reference soil group Cambisol and Leptosol have nearly 
identical effects on the variability of organic carbon stocks.

The obtained results have shown that an inventory of the land cover pro-
vides essential information in a world that is quickly becoming aware of the 
environmental limitations and lack of natural resources. The compilation of data 
on organic carbon stocks and its distribution in the different soil reference groups 
and land use categories is the first step in the evaluation and monitoring of 
changes of organic carbon stocks in the soils of the Republic of Serbia.
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КОРИШЋЕЊА ЗЕМЉИШТА И ВРСТЕ ОБРАДИВОГ ЗЕМЉИШТА  

У СРБИЈИ
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Александар Р. ЂОРЂЕВИЋ3, Љиљана М. НЕШИЋ2, Тихомир М. ПРЕДИЋ4
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Завод за aгроекологију,
Књаза Милоша 17, Бања Лука 78000, Република Српска

РЕЗИМЕ: У раду су представљени резултати истраживања које је имало за 
циљ утврђивање зависности садржаја органског угљеника у земљишту, начина 
коришћења земљишта и референтне групе земљишта у Републици Србији. База 
података је укључила укупно 1.140 профила земљишта. За потребе утврђивања 
зависности садржаја органског угљеника и типа земљишта педолошка карта 
Србије прилагођена је WRB класификацији и садржи 15.437 полигона. Урађена 
је калкулација за сваку референтну групу земљишта на основу резултата средњих 
вредности садржаја органског угљеника у слоју земљишта 0–30 cm и 0–100 cm 
за главне референтне групе и њихових површина. На основу средње вредности 
садржаја органског угљеника у земљишту и површине референтне групе утврђе-
но је да највећу резерву органског угљеника у земљишту у слоју 0–30 cm има 
камбисол 194,76 x 1012 g и лептосол 186,43 x 1012 g, и у слоју 0–100 cm дубине 
камбисол 274,87 x 1012 g и чернозем 230,43 x 1012 g. На основу резултата средњих 
вредности садржаја органског угљеника у слоју 0–30 cm и 0–100 cm дубине и 
површине коју заузима Corine Land Cover категорија начина коришћења 
земљишта, израчуната је укупна вредност резерви органског угљеника за 
пољопривредна земљишта, шуме и полуприродна подручја и вештачке површи-
не. Статистичка зависност садржаја органског угљеника у земљишту од начина 
коришћења земљишта, референтне групе земљишта и дубине слоја, рађена је за 
референтне групе које заузимају највећу површину посматрајући територију 
централне Србије и то за референтну групу камбисол (која заузима 37,76% терито
рије), затим лептосол (која заузима 22,22% територије) и довољног броја локали-
тета који су били потребни за анализу. 

КЉУЧНЕ РЕЧИ: резерве органског угљеника у земљишту, коришћење зе
мљишта, зависност, референтна група
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DEPTH DISTRIBUTION OF ORGANIC MATTER  
CONCENTRATION AND STOCKS IN SOILS  

OF VOJVODINA

ABSTRACT: Despite the fact that soil organic matter (SOM) concentration is much 
lower compared to mineral portion, its importance is very valuable for soil fertility, agriculture, 
ecosystems and global environmental change. Soil organic carbon (SOC) is a key component 
of SOM. The amount of SOC varies greatly in surface layer of soil, but the vertical distribu-
tion of SOC is also very important. The purpose of the study was to investigate vertical 
distribution of SOC in soil profiles of the most common soil types in Vojvodina (Arenosols, 
Chernozems, Fluvisols, Vertisols, Solonetz) and in different land uses (arable land, meadow 
and forest). Soil samples were collected from 0–30, 30–60 and 60–100 cm depth. Dichromate 
wet oxidation method proposed by Tyurin’s was performed to determine SOC concentration. 
Except arenosols, obtained results showed the decrease of SOC concentration with depth in 
all observed soil types and land uses. Vertisols had the highest SOC concentration in both 
surface (0–30 cm) and subsurface (30–60 cm) layers compared to the other soil types, while 
arenosols had the highest SOC concentration in the deepest layer (60–100 cm). Higher con-
centrations of SOC in surface layers were measured in forests and meadows in relation to 
arable land, while in the lower layers these differences were not detected. Differences in SOC 
concentration in observed soil types and land uses were more pronounced in surface than in 
deeper layers. Soil organic carbon concentrations in deeper layers were substantially different 
only between soil types.

KEYWORDS: soil organic matter, soil type, land use

INTRODUCTION

Soil organic matter (SOM) is considered as a highly valuable natural 
resource (Lal, 2004) that consists of both living and non-living matter which 
is created biologically and located in soil. The biggest part of the OM consists 
of non-living part, which is formed of dead organisms, soil flora and fauna, 
plant roots, decomposed or non-decomposed plant and animal residues and 
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OM – humus. Organic matter of soil is associated with mineral portion in 
greater or lesser extent. Human induced land use changes can greatly influence 
OM concentration.

In recent years, soil organic carbon (SOC) as main constituent of SOM 
occupies great place in soil science due to its significant impact on soil fertility, 
global carbon cycle, sustainability and stability of biosphere. Soil organic carbon 
loss is defined as one of the eight major threats to the soil in the EU Thematic 
Strategy for Soil Protection (Blum, 2008). Soil organic carbon is important 
intrinsic property of a particular soil type, which is formed and stabilized dur-
ing the process of pedogenesis. Despite the fact that SOC concentration is much 
lower compared to mineral portion of soil, it is even more important for soil 
fertility, microbial, water-air and chemical properties of soil and therefore plant 
yield. 

Understanding the effects of native vegetation conversion on different 
soils is essential for predicting and modelling future SOC concentration and 
sequestration potential. In the Serbian province of Vojvodina, main conversions 
of natural vegetation to arable land occurred about 200 years ago. Since then, 
Vojvodinian soils have lost most of their original SOC stocks. Considerable 
share of SOC variability depends on soil type (Robert, 2001) and thus all SOC 
estimation should be made on the basis of soil type. Despite the fact that SOM 
is a dynamic formation, at some point during pedogenesis its content stabilizes 
and forms an intrinsic characteristic of a particular soil type (Manojlovic et al., 
2010).

The aim of this study was to determine the quantitative characteristics 
and depth distribution of SOC in the most common soil types in Vojvodina 
(Arenosols, Chernozems, Fluvisols, Vertisols and Solonetz) which are exposed 
to different land uses (forest, meadow, arable land). 

MATERIALS AND METHODS

Field research was conducted in the Province of Vojvodina, Serbia, on 
five soil types (Arenosols, Chernozems, Fluvisols, Vertisols and Solonetz). 
Each soil type was examined at three locations and under three different land 
uses (arable land, meadow and forest) at every location (Figure 1, 2, 3 and 4). 
Soil samples were collected from 0–30, 30–60 and 60–100 cm depth, with 
three replicates approximately 10 m apart each other. For the determination of 
bulk density (BD), soil samples in a natural-undisturbed state were taken using 
Kopecky cylinders (V = 100 cm3) in nine replicates. Dichromate wet oxidation 
method proposed by Tyurin (1934) was performed to determine SOC concen-
tration. Soil organic carbon stock (t ha-1) was calculated as follows

SOCstock = BD × SOC × D 

where BD is soil bulk density (g cm-3), SOC is the soil organic carbon concentration (%), 
D is the depth of the soil layer.
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Figure 1. Locations of soil type sampling points included in the study

Figure 2. Different soil types included in the study 
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Figure 3. Different land uses included in the study

Figure 4. Soil profiles from the study (Arenosols 1–3; Fluvisols 4–6; Chernozems 7–9, 
Vertisols 10–12; Solonetz 13–15)
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RESULTS

SOC concentration

The examined soil types contained different concentrations of SOC in the 
0–30 cm layer: Vertisols (28.02 g kg-1) > Chernozems (18.74 g kg-1) > Solonetz 
(17.55 g kg-1) > Fluvisols (15.38 g kg-1) > Arenosols (11.50 g kg-1) (Figure 5). 
Observed land uses also differed in SOC concentration in the layer of 0–30 cm: 
forests (19.57 g kg-1) > meadows (19.18 g kg-1) > arable land (15.95 g kg-1).

Obtained results showed the decrease of SOC concentration with depth in 
all observed soil types and land uses except arenosols. Vertisols had the highest 
SOC concentration in both surface (0–30 cm) and subsurface (30–60 cm) 
layers compared to the other soil types, while arenosols had the highest SOC 
concentrations in the deepest layer (60–100 cm). Higher concentration of SOC 
in surface layer was measured in forests and meadows in relation to arable 
land, while in the lower layers these differences were not detected.

SOC stocks

Vertical distribution of SOC stocks showed decline with increasing soil 
depth for all soil types except arenosols, (Figure 6). Looking at the 0–30 cm 
layer, SOC stocks decline depending on the type of soil in the following order: 
Vertisols (99 t ha-1), Chernozems (79 t ha-1), Solonetz (71 t ha-1), Fluvisols 
(58 t ha-1), and Arenosols (47 t ha-1). 

Vertisols have the highest SOC stocks, compare to Chernozems and So-
lonetz. Arenosols are characterized with the lowest SOC stocks, while Fluvisols 
have larger reserves than Arenosols and smaller than Chernozem and Solonetz. 
In the 30–60 cm layer, Chernozems and Vertisols are characterized by the highest 
SOC content, with the statement that Vertisols have a significantly higher SOC 
stock than Chernozem, while the other soil types do not differ from each 
other and have lower stocks. In the 60–100 cm layer, Arenosols have higher 
SOC stocks compared to Chernozems, Vertisols and Solonetz, while fluvisols 
have the lowest stocks in this layer.

The total SOC stock 0–100 cm in different soil types showed the same 
order as in the layer 0–30 cm except that fluvisols had the lowest stocks: Vertisols 
(190 t ha-1), Chernozems (150 t ha-1), Solonetz (133 t ha-1), Arenosols (118 t ha-1), 
Fluvisols (111 t ha-1). The topsoil (0–30 cm) accounts 40% of the SOC stock 
0–100 cm depth in Arenosols, 52% in Chernozems, Fluvisols and Vertisols 
and 54% in Solonetz.

All analyzed land uses showed decline in SOC stocks with increasing soil 
depth. However, there were no differences in SOC stocks in topsoil and subsurface 
layers under different land uses. The differences in total SOC stock 0–100 cm 
between land uses were also not significant: forests (142 t ha-1), meadows (141 t 
ha-1), and arable land (137 t ha-1). The topsoil SOC stock (0–30 cm) comprises 49% 
of SOC stock in 0–100 cm layer of arable land, 50% in forests and 53% in meadows.
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Figure 5. Vertical distribution of the SOC concentration (g kg-1) in different soil types 
and land uses in 0–30, 30–60 and 60–100 cm layers

(The values marked with different lower case letters are significantly different within the 
soil type at the same depth (p ≤ 0.05). The values marked with different capital letters are 
significantly different within the land uses of the same depth (p ≤ 0.05).)

Figure 6. Vertical distribution of the SOC stocks (t ha-1) in different soil types and land 
uses in 0–30, 30–60 and 60–100 cm layers. 
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(The values marked with different lower case letters are significantly different within the 
soil type at the same depth (p ≤ 0.05). The values marked with different capital letters are 
significantly different within the land uses of the same depth (p ≤ 0.05).)

Considering only the results of SOC stocks (without SOC concentration) can 
lead to wrong conclusion regarding the SOC stock loss on arable land compared 
to meadow and forest soils due to different values of bulk density in different 
land uses that are included in the calculation of SOC stocks. As a more reliable 
indicator of SOC loss, the SOC concentration has appeared. While differ-
ences between soil types in terms of SOC stocks and SOC concentration were 
minimal, in different land uses differences in SOC concentrations were signifi-
cant, while there were no differences in SOC stocks. A significantly higher 
SOC concentration was found in forests (19.6 g kg-1) and meadows (19.2 g kg-1) 
than in arable land (15.9 g kg-1), which represents a 19% reduction in relation 
to forest and 17% in relation to meadow land.

DISCUSSION

The various pedogenetic processes that dominate in particular soil types 
have a significant impact on ecosystem functioning and also on SOC stocks. Good 
assessment of SOC stocks and its vertical distribution in different systematic 
units of soil are needed for comparing SOC stocks and rates of attachment 
across horizons and depths (Civeira et al., 2012). The SOC content within the 
profile mainly varies depending on pedogenetic processes. Clay content and soil 
depth largely affect SOC stocks (Breulmann, 2011). Due to the still limited 
knowledge of specific features of soil types, global SOC stocks are difficult to 
assess (Sombroek et al., 1993; Batjes, 1996). Establishing a database as a basis 
for assessing the carbon content of the surface layer is critical in determining 
whether farmland is a source or reservoir for SOC (Freibauer et al., 2004). Most 
of SOC are stored in the surface layer, where they are likely to transform rapidly 
(Breulmann, 2011). Organic carbon from subsurface horizons is less exposed 
to oxidation and is important for the conservation of SOC land reserves. 

According to the SOC stock in the 0-30 cm layer, soil types showed the 
following arrangement: rite blacks (99 t ha-1)> Chernozems (79 t ha-1)> Solonetz 
(71 t ha-1)> Fluvisols (58 t ha-1)> Arenosols (47 t ha-1), as well as in the 0–100 cm 
layer: Vertisols (190 t ha-1)> Chernozems (150 t ha-1)> Solonets (133 t ha-1)> 
Arenosols ( 118 t ha-1)> Fluvisols (111 t ha-1). This order highlights soils with 
humic-accumulative horizon in front of the initial lands.

The largest stocks of SOC in the 0–30 cm layer found in Vertisols are due 
to the accumulation of larger amounts of hydromorphic humus, which is formed 
under the influence of seasonal moisture, leading to reduced SOM oxidation and 
accelerate its accumulation in these soils. The second reason is to emphasize the 
vertic properties of these soils and increased clay content, which influences the 
stabilization and association of SOM with clay. In addition, the accumulation 
of humus in these soils may be increased by the deposition of silty particles by 
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occasional flooding. Also SOC stock in the 0–100 cm layer, which is the largest 
in Vertisols, is the result of a powerful, deep humus horizon. The Vertisols contain 
hydromorphic humus and a humus horizon of 50–70 cm thickness (Ćirić, 1984). 

Following Vertisols, large SOC stocks are determined in Chernozems, 
both in the 0–30 cm layer (which accounts 52% of the SOC stock up to a depth 
of 100 cm) and in the 0–100 cm layer. Chernozems as steppe black soils do not 
have the potential to accumulate SOC to the same extent as Vertisols due to the 
terrestrial pedogenesis. Rather good quality of humus caused by grassland-
steppe vegetation and good structure, loamy mechanical composition with 
moderate clay and CaCO3 content, which stabilize OM, as well as steppe pedo 
fauna and absence of eluvial-iluvial migration, significantly influence accumu-
lation of SOC in Chernozems. High content of high quality OM in Chernozems 
has been described by many local (Živković et al., 1972; Ćirić, 1984; Škorić, 1986; 
Miljković, 1996) and foreign authors (Kononova, 1975; Mikhailova et al., 2000; 
Altermann et al., 2005). The Chernozems of Central and Eastern Europe contain 
76–97 t ha-1 SOC in the 0–30 cm layer (Batjes, 2002). The average reserves in the 
Vojvodinian Chernozems on the loess terrace are 65 t ha-1 in the arable layer 
(0–30 cm) and range from 58–76 t ha-1 (Ćirić, 2008). In the 0–40 cm layer of 
Chernozems under the influence of different tillage systems SOC stocks ranged 
from 90.0–96.9 t ha-1 (Manojlović et al., 2008). Chernozems under different 
tillage systems contain average stocks of 60.2 t ha-1 at a depth of 0–30 cm 
(Šeremesić et al., 2011). Chernozems in Vojvodina contain average reserves of 
72 t ha-1 SOC in the 0–30 cm layer and 165 t ha-1 in the 0–100 cm layer (Belić 
et al., 2013).

The specificity of Solonetz is reflected in a much higher amount of SOC 
in the surface layers than in the deeper ones (54%), which is a consequence of 
the most common grass vegetation on these lands, which leads to the accumu-
lation of humus in a surface horizon of small thickness. Furthermore, SOM is 
unstable, which was also found in these studies, all because of the conditions of 
the alkaline reaction leading to an increase in the solubility of the humus and its 
eluviations. Vojvodinian Solonetz contains 55–89 t ha-1 of SOC (Belić et al., 
2004).

The low degree of SOC accumulation in Fluvisols in the 0–30 cm layer 
and especially in the 0–100 cm layer, is due to the pedogenesis and character 
of the alluvial deposits on which this soil is formed. Recent alluvial deposition 
is formed in the event of occasional floods that precipitate suspended particles, 
so that the pedogenetic processes of humus accumulation and the formation of 
a stable organic-mineral complex are constantly interrupted and prevent the 
formation of a powerful humic-accumulative horizon and stabilization of SOC. 
To a large extent, SOC stocks also depend on the deposition properties, number 
of layers, fossil layers, mechanical and chemical composition.

Arenosols showed the lowest SOC stocks in the 0–30 cm layer that accounts 
for 40% of the SOC stocks up to 100 cm deep, but in 0–100 cm layer Arenosols 
have higher SOC stocks compared to Fluvisols, due to the larger stocks in the 
deeper layers resulting from the anthropogenisation. Arenosols are unable to 
accumulate larger SOC reserves due to their coarse mechanical composition, 
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eolian erosion, and xerophytic vegetation on them. Arenosols had lower SOC 
stocks in earlier periods (Živković et al., 1972; Hadžić et al., 1997; Belić et al., 
1999), but at present they are anthropogenized, relatively bound sands and 
peat-enriched.

The physicochemical characteristics inherent in each soil define the max-
imum degree of protection of the capacity of the SOC reserves, which limits its 
increase, i.e. soil binding even with increasing intake of organic residues (Six 
et al., 2002).

No differences in SOC stocks were found between different land uses in 
the 0–30 cm layer: nor in the 0–100 layer cm. Such results are opposite with the 
general view and expectations in this research that different uses differ in SOC 
stocks, i.e. that stocks are less on arable land than forests and meadows. There 
are significant differences in SOC between different types of vegetation, which 
could be attributed to differences in root and debris distribution above and below 
ground (Jobbagi and Jackson, 2000). Some studies report similar levels of SOC 
stocks among different uses (Smith et al., 2001) and point out that average SOC 
stocks in European arable land are at the level of average SOC stocks in mineral 
soils in Europe (about 53 t C ha-1) at 0–30 cm depth when looking at different 
soil types. Therefore, it can be concluded that European soils vary widely 
among climate regions and land types (Freibauer et al., 2004).

However, the SOC socks calculation method includes SOC concentration 
and also bulk density that are negatively correlated with the SOC concentration. 
There are significant correlations between SOC, OM and volume mass (Périé 
and Ouimet, 2008). This can lead to the wrong conclusions when assessing the 
impact of land use on SOC stocks. It is known that after the converting natural 
vegetation to arable land, there is an increase in the bulk density of arable land 
and a decrease of SOC concentration due to the deterioration of structure and 
compaction. Simultaneous reductions in SOC concentration and a significant 
increase in bulk density lead to minimal differences in SOC stock results 
between arable soil and soil under natural vegetation, which can often lead to 
the conclusion that SOC changes were not affected by conversion. The estab-
lished values of the share of the surface layer (0–30 cm) in the total SOC stocks 
of 0–100 cm are such that the surface layer accounts 49% of the SOC stocks 
up to a depth of 100 cm in arable land, 50% in forests and 53% in meadows, 
which agrees with the view that meadow vegetation with a shallow root system 
accumulates the most OM in the surface layer, forest slightly less, and arable 
land the least due to the decrease in SOC concentration caused by changes in 
land use and migration processes.

CONCLUSIONS

Different soil types and land uses contain different SOC concentrations 
in the 0–30 cm layer that are more pronounced than in deeper layers.

Different soil types contain different SOC stocks in the 0–30 cm layer 
but there were no differences between land uses.
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Vertical distribution of SOC concentration and SOC stocks shows decreasing 
trend with depth in all observed soil types and land uses except Arenosols.

For the detecting SOC changes in the environment it is better to use SOC 
concentration than SOC stocks.
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ВЕРТИКАЛНА ДИСТРИБУЦИЈА КОНЦЕНТРАЦИЈЕ И ЗАЛИХА  
ОРГАНСКЕ МАТЕРИЈЕ У ЗЕМЉИШТИМА ВОЈВОДИНЕ 

Владимир И. ЋИРИЋ, Маја С. МАНОЈЛОВИЋ, 
Љиљана М. НЕШИЋ, Миливој Ђ. БЕЛИЋ

Универзитет у Новом Саду, Пољопривредни факултет,
Трг Доситеја Обрадовића 8, Нови Сад 21000, Србија

РЕЗИМЕ: Упркос чињеници да је концентрација органске материје (ОМ) у 
земљишту знатно нижа у односу на минерални део, њен значај је веома важан за 
плодност земљишта, пољопривреду, екосистем, као и глобалне промене живот-
не средине. Органски угљеник у земљишту (OC) је кључна компонента ОМ. 
Количина OC веома варира у површинском слоју земљишта, али је и вертикална 
дистрибуција OC такође веома важна. Сврха истраживања била је да се испита 
вертикална дистрибуција OC у профилима најзаступљенијих типова земљишта 
Војводине (ареносол, чернозем, флувисол, смоница, солоњец) који се користе на 
различите начине (обрадиво земљиште, ливада и шума). Узорци су прикупљени 
са дубине 0–30, 30–60 и 60–100 cm. Дихроматна метода мокре оксидације по 
Тјурину урађена је у циљу утврђивања концентрације OC. Осим ареносола, доби
јени резултати показали су смањење концентрације OC с дубином у свим посма
траним типовима земљишта, као и у свим посматраним начинима коришћења. 
Смонице су имале највећу концентрацију OC у површинском (0–30 cm) и потпо-
вршинском (30–60 cm) слоју у поређењу с осталим типовима земљишта, док 
ареносоли имају највећу концентрацију OC у најдубљем слоју (60–100 cm). Веће 
концентрације OC у површинским слојевима измерене су у шумама и ливадама 
у односу на обрадиво земљиште, док у нижим слојевима ове разлике нису биле 
значајне. Разлике у концентрацији OC у посматраним типовима земљишта и на
чинима коришћења биле су израженије у површинским него у дубљим слојеви-
ма. Концентрације OC у дубљим слојевима су биле битно различите само између 
типова земљишта.

КЉУЧНЕ РЕЧИ: органска материја земљишта, тип земљишта, начин ко-
ришћења
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SOIL ORGANIC CARBON FRACTIONS IN DIFFERENT  
LAND USE SYSTEMS OF CHERNOZEM SOIL

ABSTRACT: The relationship between soil carbon fractions in Chernozem soils was 
assessed in soil samples of three different environments: arable soil, grassland and oak for-
est. Grassland and oak forest had higher soil organic carbon (SOC), carbon soluble in hot 
water (HWC), particulate organic carbon (POC) and mineral-associated carbon (MOC) than 
the arable soil. The POC/MOC ratio was lowest in arable soil, indicating a smaller carbon 
pool for microbial turnover. POC increases with higher total SOC, indicating that the pres-
ervation of organic matter depends on the renewal of labile fractions. Our results showed 
that fertilization had active role in soil carbon stabilization, while crop rotation had less 
effect on a soil carbon turnover. Our result could contribute to the better understanding of 
SOC fractions composition and relevance in Chernozem soil, thus could help in selection of 
cropping management systems for SOC preservation.

KEYWORDS: land use systems, soil organic carbon, mineral-associated carbon, 
particulate organic carbon

INTRODUCTION

Different qualitative fractions of SOC derived from the formation path-
ways could be evaluated to better understand carbon cycling of the specific 
cropping systems. Soil organic carbon fractions are identified according to their 
role in the carbon turnover and relationship with the microbiological and soil 
properties (Cookson et al., 2005). In recent decades, increased number of physical 
and chemical fractionation approaches has been proposed for separation and 
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the identification of the different labile and stable fractions as proxies for the 
SOC pool and their role in soil quality (Baldock and Nelson, 2000). Each of the 
fractions contains specific information relevant to estimate effects of land use 
on SOC pool turnover and stabilization. Changes in management practices in 
the long-term experiment over time could induce problems in quantification of 
SOC pool due to the large background amounts already present and the spatial 
variation (Haynes, 2000). Therefore, a current perspective in SOC interpreta-
tion based on total carbon pool lacks clarity and precision in explaining the 
relationship between SOC content and related soil properties. Moreover, soils 
can vary in the potential for organic matter mineralization (Najvirt et al., 2019). 
The turnover of the labile SOC fraction is relatively rapid and responds quickly 
to the land use changes and soil management, and therefore it could be antici-
pated as the early and sensitive indicator of the total SOC change (Hynes and 
Beare, 1996). Concentration and fluxes of the SOC fractions obtained with 
fractionation approaches results with the similar conceptual SOC pool but with 
the different perception on the factor causing their occurrence in soil. Decom-
position studies by Gregorich et al. (2003) provided evidence that the hot water 
extractable carbon (HWC) fraction of soil C is highly labile and estimated that 
the HWC accounted for about 70% of the total water-soluble matter. Ghani et al. 
(2003) found that HWC reflected the changes in SOC caused by different soil 
management practices compared with stabile SOC pool. Particular organic 
carbon (POC) is considered as intermediary available SOC pool sensitive to 
the management practice and the grown crops (Cambardella and Elliott, 1993). 
Therefore, POC acts as a binding agent in soil, responsible in stabilization of 
the macro-aggregates and intra-aggregate structure (Six et al., 2002). Bayer et 
al. (2004) explained that organic matter in the POC is more sensitive to a 
management practices than C obtained in the total SOC pool. Martinez-Mena 
et al. (2012) emphasized the interaction between POC and mineral-associated 
carbon (MOC) to better understand the role of labile C in SOC dynamic. Due to 
pronounced decreasing trend in SOC, there is a need to explain how it reflects 
changes in the content of SOC fractions and to what extent it can affect soil 
productivity. The aim of this study was to determine the change in the SOC as 
a consequence of an interrelation of the different SOC fractions with different 
land use systems. 

MATERIALS AND METHODS

The arable plots were selected from a long–term stationary experimental 
rotation-crop field “Plodoredi” (Šeremešić et al., 2011) of the Institute of Field 
and Vegetable Crops (N 45° 32ʼ 51”; W 19° 84ʼ 77”; 84 m above sea) in Novi 
Sad, Serbia and adjacent grassland and forest. The trial was set up on Calcic 
Chernozem (Aric, Loamic, Pachic) (abbreviated CH-cc-ai.lo.ph) (IUSS Working 
Group WRB, 2014) in 1946/1947, and the fertilized crop rotation systems were 
redesigned in 1969/70, while the unfertilized systems remained unchanged. 



33

Experiment performance involved applications of organic and mineral fertiliz-
ers and plowing of the crop residue according to the following layout:

1.	Maize monoculture (MO): mineral N – 120 kg/ha, P and K according to 
soil analyses, established in 1969/70. 

2.	Unfertilized 2-year rotation (maize-winter wheat) (N2): established in 1946/47 
without any fertilizers and with plowing the crop residue since 1987. 

3.	Fertilized 2-year rotation (maize-winter wheat) (D2): mineral N – 120 kg 
ha-1, P and K according to soil analyses, established in 1969/70. 

4.	Fertilized 3-year rotation (maize-soybean-winter wheat) (S3): mineral N 
– 120 kg ha-1, 25 t ha-1 farmyard manure after winter wheat. P and K accord-
ing to soil analyses, established 1969/70. 

5.	Grassland (UG): 45° 20,549’, (E) 19° 51,492’, at 81 m elevation 
6.	Oak forest (OF): 45° 20,591’, (E) 19° 51,374’, at 83 m elevation

Soil samples were taken at the beginning of maize growing period (5th of 
May, 2012) and after maize harvest (5th of October, 2012) with auger corer. The 
average soil sample consisted of 5 drillings. The disturbed soil samples (approxi-
mately 1 kg) were transferred to carton boxes and stored as air-dry samples at 
room temperature subsequent to analyses. The samples were ground in a mill 
and sieved (2 mm diameter). Soil organic carbon in the soil samples was de-
termined with the Tyrin’s titrimetric wet combustion method using dichromate 
(K2Cr2O7) with external heating, followed by titration with ferrous ammonium 
sulphate (Mohr̀ s salt). In our study the 0–30 cm layer of soil was analyzed 
divided into 3 sub-layers (0–10 cm, 10–20 cm and 20–30 cm). Hot-water ex-
tractable C (HWC) was determined by adapting the procedures of Ghani et al. 
(2003). A previously published protocol (Cambardella and Elliott, 1993; Mar-
tinez-Mena et al., 2012) was used to obtain particulate organic matter (POC). 
The data on the SOC, HWC, POC and MOC were statistically assessed using 
the ANOVA on a significance level of α = 0.05, and the LSD test was used for 
individual comparisons of the treatments’ means. The data were statistically 
processed by using the program STATISTICA series 12.6.

RESULTS AND DISCUSSION

Comparison of different land use systems reveals that the highest content 
of SOC was in the grassland and the lowest in the unfertilized 2-year rotation. 
Significantly higher SOC content was obtained in samples taken in May (Table 1). 
Lowest SOC values obtained in the arable soils could be related to mineralization, 
which is faster on arable soils, whereas non-agricultural soil favors the accu-
mulation of OM (McLauchan et al., 2006). Molnar et al. (2003) presented 
analyses from 1991 where 12.12 g kg-1 of SOC was found in N2, which suggests 
that continuous SOC decline, as a lack of the external inputs, is not sufficient 
to provide biomass for C stabilization. With the increasing soil depth, SOC 
decrease was more pronounced in grassland and oak forest where C accumu-
lated in the top soil. The opposite distribution of SOC in the soil profile was 
found at the S3 where manure was applied. Many studies confirmed that the 
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amount of crop residues and farmyard manure are responsible for SOC content 
change (Van Wesemael et al., 2010). 

Table 1. Soil organic carbon content in different land use systems (g kg-1)

Sam-
pling 
time 

Depth 
(cm) 
(De)

Land use (Lu) Average 
De

Average 
StMO N2 D2 S3 UG OF

May
0–10 15.34±0.1 11.10±0.1 14.30±0.0 15.94±0.1 30.34±0.43 28.37±0.3 19.23

17.09a10–20 14.48±0.2 11.06±0.0 14.01±0.1 17.38±0.2 25.75±0.53 19.88±0.1 17.04
20–30 14.08±0.2 11.06±0.0 13.83±0.0 17.79±0.2 21.33±0.58 19.30±0.6 16.23

Average Lu/St 14.63 11.07 14.04 17.03 25.80 22.51

October
0–10 14.42±0.1 8.84±0.0 13.37±0.0 15.05±0.1 29.36±0.32 25.99±0.4 17.83

15.92b10–20 11.92±0.1 8.78±0.1 13.35±0.0 14.76±0.2 22.15±0.36 21.45±0.4 15.40
20–30 12.62±0.3 8.37±0.1 12.62±0.0 14.47±0.0 22.42±0.12 16.74±0.3 14.54

Average Lu/St 12.98 8.66 13.18 14.76 24.64 21.39

Average Lu/De
14.88 9.97 13.83 15.49 29.85 27.18 18.55a

13.20 9.92 13.68 16.07 23.95 20.66 16.27b

13.35 9.71 13.22 21.87 21.87 18.02 15.34c

Average Lu 13.80D 9.86E 13.57D 17.81C 25.22A 21.95B

Lu – land use; De – Depth (cm); St – Sampling time; ABC Data followed by the same capital 
letter within a row do not differ significantly at the P ≤ 0.05 level; abc Data followed by 
the same capital letter within a collumn do not differ significantly at the P ≤ 0.05 level.

The average HWC content for different land use systems ranged from 
180 mg kg-1 to 1,454 mg kg-1 (Table 2). With the increased depth the content 
of HWC in all land use systems slightly decreased. Leinweber et al. (1995) 
found 430–650 mg kg-1 HWC in Bad Lauchstädt, while Sparling et al. (1998) 
determined HWC content which is comparative with our results. Chen et al. 
(2009) reported mean values of HWC in Cambisol, at a depth of 0–15 cm was 
375 mg kg-1, and at a depth of 15–30 cm it amounted to 243 mg kg-1. The highest 
average content of HWC was found in samples taken from forest (860 mg kg-1), 
while the lowest content was measured in N2 (231 mg kg-1). We assumed that 
in the unfertilized maize rotation with lowest SOC small amount of labile 
organic SOC is produced and simultaneously stabilized with clay and CaCO3 
that prevent from further decline of SOC. Bouajila and Gallai (2008) also found 
less HWC content in soils with a higher content of CaCO3. Significant variability 
was found among cropping systems and depth compared to sampling time. 
Leinweber et al. (1995) reported larger amounts HWC measured at the end of the 
growing season due to easily decomposable mucilage created by microorganisms 
living in the rhizosphere. The increase of labile HWC fractions in maize mono-
culture compared with the arable land use systems is associated with more 
efficient utilization of nutrients from fertilizers and transformation of plant 
residues. Janzen et al. (1992) also found high content of labile SOC in continuous 
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monoculture on Chernozem in Canada. Manure application has influenced the 
HWC content compared to maize fertilized and unfertilized 2-year rotation and 
by increased microbial activity. According to Šimon (2008) single organic 
manuring did not increase the HWC significantly as compared to the single 
NPK variant but increased the HWC content significantly in comparison with 
the control. These findings also support the fact that the manure application is 
more efficient with addition of NPK fertilizers (Blair et al., 2006). The highest 
distribution of HWC in total SOC was measured in the maize monoculture and 
it is attributed to the long-term production of large amounts of crop residues and 
presence of a large number of weeds (e.g. Sorghum halepense). Accordingly, 
increase or decrease in total biomass of the specific cropping systems, could 
contribute to soil carbon allocation through the soil profile. 

Table 2. Hot water extractable carbon (HWC) in land use systems (mg kg-1)

Sampling 
time 

Depth 
(cm) 
(De)

Land use (Lu) Average 
De

Average 
StMO N2 D2 S3 UG OF

May
0–10 528 289 406 497 1121 1454 716

598A
10–20 441 325 392 582 859 881 580
20–30 459 282 410 509 707 622 498

Average Lu/St 476bc 299c 402bc 529b 895a 986a

October
0–10 1256 180 360 451 968 1181 733

599A
10–20 1160 192 530 447 645 641 602
20–30 992 115 424 371 489 383 462

Average Lu/St 1136a 162d 438c 423c 701b 735b

Average Lu/De
892 234 383 474 1045 1317 724
800 258 461 515 752 761 591
725 199 417 440 598 503 481

Average Lu 806A 231C 420B 477B 800A 860A

Lu – land use; De – Depth (cm); St – Sampling time; ABC/abc Data followed by the same 
letter within a row or a column do not differ significantly at the P ≤ 0.05.

Mineral-associated organic carbon (MOC) is considered an organic mate-
rial difficult for microbial decomposition and represents the part of SOC which 
is commonly related to particle dimension composition (Table 3). Due to this, 
highest SOC in samples resulted with the highest MOC. Content of MOC is 
more stable C fraction than POC and positively correlated with clay content 
as clay minerals have a certain capacity to make complex with SOC (Mikutta 
et al., 2006). Comparing the different land use systems, non-agricultural soil 
samples were significantly higher in MOC content compared to arable land 
use (Table 3). Accordingly, changes in SOC contents induced by the land use 
are primarily caused by changes in the mineral associated SOC pool (John et al., 
2005). Samples taken in May had a lower content of MOC compared to soil 
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samples from October. This increase derived from non agricultural samples 
and can be attributed to soil organic matter chemical composition and straight 
of connection with the clay (Leifeld and Kögel-Knabner, 2005). Content of 
MOC had no clear pattern of change with the increasing soil depth. The dif-
ferences are related to soil bulk density and content of the total SOC and tillage. 
The application of manure in S3 was significantly higher in MOC content than 
in 2-year rotations but not higher than MO, indicating that C from manure was 
mineralized and enriched POC fraction. 

Table 3. Content of mineral-associated organic carbon (MOC) and particulate organic 
carbon (POC) in the soil of different land use systems (g kg-1)

C-frac-
tions

Sam-
pling 
time

Depth 
(cm) 
De

Land use systems (Lu) Ave
rage De

Ave
rage StMO N2 D2 S3 UG OF

MOC

May
0–10 16.70±0.3 15.81±0.3 13.71±0.1 20.21±0.8 24.31±0.1 25.41±0.2 19.36

18.69B10–20 18.48±0.2 16.54±0.3 15.83±0.3 17.88±0.5 22.37±0.1 14.99±0.1 17.68
20–30 19.00±0.3 16.67±0.2 14.47±0.2 21.62±0.4 20.87±0.7 21.56±0.5 19.03

St/De 18.06 16.34 14.67 19.91 22.51 20.65

Octo-
ber

0–10 23.32±0.4 12.65±0.1 17.30±0.2 18.32±0.5 29.48±0.2 35.87±0.1 22.82
21.49A10–20 17.46±0.3 15.45±0.2 16.46±0.2 19.74±0.2 33.48±0.1 26.91±0.3 21.58

20–30 19.26±0.2 14.67±0.2 15.21±0.4 18.33±0.3 27.94±0.1 24.89±0.3 20.05
St/De 20.01 14.26 16.32 18.80 30.30 29.22

MOC (Average) Lu 19.03b 15.30c 15.49c 19.35b 26.40a 24.93a

May
0–10 2.55±0.7 1.29±0.1 2.37±0.2 2.47±0.5 9.82±1.4 8.91±0.7 4.57

3.77A10–20 2.58±0.2 1.17±0.3 2.20±0.3 3.37±0.6 5.82±2.8 7.27±2.5 3.74
20–30 3.16±0.6 1.17±0.2 1.95±0.3 3.13±0.7 5.93±3.7 2.62±0.3 2.99

St/De 2.76 1.21 2.17 2.99 7.19 6.27

Octo-
ber

0–10 3.39±0.8 1.21±0.2 2.40±0.8 3.32±1.0 9.44±1.2 11.84±0.0 5.27
3.93A10–20 2.40±0.6 1.23±0.1 2.49±0.6 2.54±0.1 6.73±0.8 7.76±1.1 3.86

20–30 2.36±0.1 1.31±0.2 2.37±0.3 2.83±0.2 3.50±0.1 3.51±0.3 2.65
St/De 2.72 1.25 2.42 2.89 2.90 6.56

POC (Average) Lu 2.74b 2.23c 2.29b 2.94b 5.04a 6.41a

Lu – land use; De – Depth (cm); St – Sampling time; ABC/abc Data followed by the same 
letter within a row or a column do not differ significantly at the P ≤ 0.05

The highest content of POC was found in the non–agricultural land use 
systems, while the lowest contents were measured in N2 soil samples (Table 
3). In our study statistical differences of the soil POC among two sampling 
periods were not observed. Crop rotation had no effect on POC, however fer-
tilization significantly affected the content of POC. The plot where mineral N 
was ommited had the lowest content of POC which indicates a positive role of 
N addition to the formation of POC. The surface layer in grassland and oak 
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forest were highest in POC due to the presence of fresh OM associated with 
soil particles and slower decomposition. According to Šeremešić et al. (2013) 
non-agricultural soils are composed of >30% macroaggregates compared to 
the <5% macroaggregates in arable soils. Given that the content of POC is 
related to the macroaggregates, we attributed highest POC content in forest and 
grassland samples to the better structural properties and better conditions for 
the soil aggregation. Likewise, the presence of hydrophobic substances in the 
non-agricultural soils coats the aggregates and slows the entry of water into 
solum and prevents their impairment (Blair et al., 2006). Changes in organic 
C by land use occurred mainly in the fraction of POM, however differences 
in MOC could be SOC background coupled with long-term soil tillage (De 
Figueiredo et al., 2010). The non-agricultural soil showed highest ratio of POC 
in SOC >20%, followed with the fertilized plots, and lower ratio was observed 
at unfertilized plots (6.58–7.66%). Besides, POC concentration was lower in 
arable soil compared with forest and grassland, reflecting the tillage activities 
that resulted with fast decomposition of easily available organic matter (Sandén 
et al., 2017).

CONCLUSION

The present study illustrates differences in SOC fractions concentration 
of the investigated land use systems. The highest values of carbon soluble in 
hot water were obtained on samples from non-agricultural soil and lowest level 
was found in the unfertilized soil. Arable soils had lower POC/MOC ration than 
grassland and forest indicating lower amount of labile carbon and potential for 
significant loss of OM in arable soils. This demonstrated substantial inflow and 
stabilization of the fresh OM in non-agricultural soils. Accordingly, management 
practices have a significant role in carbon transformation and fertilization has 
a significant role in maintenance and preservation of soil organic carbon.
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ФРАКЦИЈЕ ОРГАНСКОГ УГЉЕНИКА У РАЗЛИЧИТИМ  
НАЧИНИМА КОРИШЋЕЊА ЗЕМЉИШТА НА ЧЕРНОЗЕМУ 

Срђан И. ШЕРЕМЕШИЋ1, Љиљана М. НЕШИЋ1, 
Владимир И. ЋИРИЋ1, Јовица Р. ВАСИН2, Ивица Г. ЂАЛОВИЋ2, 

Јелена Б. МАРИНКОВИЋ2, Бојан Ђ. ВОЈНОВ1 

1 Универзитет у Новом Саду, Пољопривредни факултет,
Трг Д. Обрадовића 8, Нови Сад 21000, Србија

2 Институт за ратарство и повртарство,
Максима Горког 30, Нови Сад 21000, Србија

РЕЗИМЕ: Однос између фракција угљеника у земљишту испитиван је у 
узорцима земљишта пореклом са различитих начина коришћења: обрадиво зе
мљиште, травњак и храстова шума. Травњак и храстова шума имали су већи 
садржај органског угљеника (SOC), угљеника растворљивог у топлој води (HWC), 
честичног органског угљеника (POC) у односу на ораницу. Однос POC/MOC је био 
најмањи у обрадивом земљишту, што указује на мању количину лабилног угље
ника услед интензивијих процеса разградње. Вредности POC расту са већим 
укупним SOC, што указује да очување органске материје зависи од обнaвљања 
лабилних фракција. Наши резултати су показали да је ђубрење имало значајну 
улогу у стабилизацији угљеника у земљишту, док је плодоред имао мањи утицај. 
Добијени резултати могу допринети бољем разумевању улоге лабилне органске 
материје у чернозему, те на тај начин помоћи у одабиру система ратарења за 
управљање и очување SOC.

КЉУЧНЕ РЕЧИ: системи коришћења земљишта, органски угљеник у зе
мљишту, угљеник везан у минералима, честични органски угљеник
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SOIL MICROBIAL PROPERTIES  
UNDER DIFFERENT MANAGEMENT SYSTEMS  

IN SOYBEAN PRODUCTION

ABSTRACT: The aim of the study was to examine the effects of management practice 
on microbial properties of soil under soybean production. The study included 180 samples 
of soil under certified organic soybean production and 80 samples in conventional production 
system. An abundance of the examined microbial groups was assessed using the indirect 
dilution method, followed by plating of soil suspension on different selective media, while 
dehydrogenase and β-glucosidase activity was measured spectrophotometrically. Our data 
indicated that the management practice affected the structure and activity of microbial com-
munities. A significant positive effect of organic farming on Azotobacter spp., free N-fixers 
and abundance of actinomycetes was identified. The influence of management system for 
the total number of bacteria, ammonifiers and fungi was not observed. Significantly higher 
dehydrogenase and β-glucosidase activity was recorded in the soils under organic farming 
compared to the conventional farming. The obtained results showed an increase in organic 
matter content, associated with organic soil management, and its positive correlation with 
soil microbial properties.

KEYWORDS: dehydrogenase, β-glucosidase, microbial abundance, organic and con-
ventional management, soybean

INTRODUCTION

The presence and activity of microbial communities have a crucial role 
in numerous biochemical cycles important in the functioning of soil ecosystem. 
Soil microorganisms play the key role in organic matter decomposition, trans-
formation, mineralization and release of carbon, nitrogen, phosphorus, sulfur and 
other nutrients important for plant nutrition. Soil microbes are also involved, 
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either directly or indirectly, in many other processes which provide stability to 
the soil ecosystem, such as control of erosion through the formation of stable soil 
aggregates and soil structure, pesticide degradation, pest and disease regulation 
and bioremediation (Nannipieri et al., 2003). 

Microbial abundance, diversity and activity are important indicators of 
soil quality. Relationships between the stability and functioning of the soil 
ecosystem and the changes in microbial community structure are very complex 
(Stagnari et al., 2014). Intensification of agriculture, use of cultivation tech-
niques in conventional production and intensive anthropogenic activities cause 
serious soil degradation. Microbial community structure is mostly determined 
by soil chemical and physical characteristics, but soil management practices 
have the potential to modify the biomass, diversity and physiology of microbes 
in agricultural fields. Agricultural practice has a complex and diverse influence 
on soil microorganisms and composition of their communities (Wang et al., 2016). 
Conventional agriculture relies on the use of synthetic mineral fertilizers and 
pesticides, which cause adverse impacts on soil health and productivity. However, 
they are also regarded as the primary factors which induce negative changes 
in soil microbial population, while shaping their size and structure. Organic 
production minimizes the impact of agricultural practice on soil quality and 
the environment, and represents the best alternative to conventional production. 
Approximately 1% of the world’s arable land is under organic soil management 
(Lori et al., 2017) with a 14% annual increase in surface area (Wang et al., 
2016). Organic farming improves soil physical and chemical properties, while 
the application of different organic fertilizers enriches soil by providing it with 
organic matter, and thus enhances soil fertility. Organic farming system aims 
to close nutrition cycles and this concept relies heavily on microbial activity. 
Soils managed organically exhibit higher microbial diversity, biomass and 
activity. However, complex and diverse overall response of soil microbial 
populations to soil management type is still insufficiently understood (Stagnari 
et al., 2014).

The impact of agricultural management on soil microbial abundance, 
diversity and activity is very complex and diverse. For this reason, the aim of 
the study was to identify and compare microbial community abundance and 
enzymatic activity in soils under organic or conventional farming systems. 

MATERIALS AND METHODS

Soil samples were collected from several fields under organic soybean 
production at the location Čurug–Gospođinci, AP Vojvodina. The largest areas 
under organic soybean production in AP Vojvodina were registered under Global 
Seed d.o.o. (Čurug), at the total area of 390 ha (soybean variety Rubin on 170 ha, 
NS Maximus on 110 ha, Fortuna on 40 ha, varieties Galina and Valjevka on 
35 ha, each). Organic management practice had been applied for at least three 
consecutive years prior to sampling all the tested plots. 
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Samples of soil under conventional soybean production were collected at 
several fields at the location Rimski Šančevi – Čenej (AP Vojvodina). A total 
of 180 samples of soil under certified organic production and 80 samples of 
soil under conventional production were collected. Soil samples were collected 
randomly form soybean rizosphere, at 0–20 cm, at the beginning of June, in 
the period of soybean full bloom (R3), while the number of samples depended 
on the size of the plot. Soil samples were stored for microbial analysis at 4 °C, 
and maintained until laboratory analysis.

Soil chemical analyses were conducted on air-dried samples, as previ-
ously described (Marinković et al., 2018). 

The abundance of the total and specific bacterial and fungal communities 
was assessed by an indirect dilution spread-plating method on an appropriate 
nutritive media. The total number of bacteria was determined on a soil agar, 
ammonifiers on a nutrient agar (NA), Azotobacter spp. and free N-fixing bac-
teria on a nitrogen-free medium (Fyodorov’s medium), fungi on a Czapek-Dox 
agar, and actinomycetes on a synthetic medium (Krasilnikov’s agar). Plates 
were incubated at the temperature of 28 °C, while incubation time depended 
on the tested microbial group. The number of Azotobacter spp., ammonifiers 
and actinomycetes was detected after 2, 3 and 7 days respectively, while the 
total number of bacteria, free N-fixing bacteria and fungi was recorded after 
5 days. After incubation, the average number of colony forming units (CFU) 
was calculated at 1.0 g of absolutely dry soil (Briones and Reichardt, 1999). 
Dehydrogenase activity (DHA) (EC 1.1.1.) was done by measuring the extinction 
of colored triphenylformazan (TPF) formed by reducing a colorless triphenyl-
-tetrazolium chloride (TTC) (Casida et al., 1964). TPF concentration was measured 
at 485 nm, and the results were expressed as μg TPF g-1 dry soil. Activity of 
β-glucosidase (β-glc) (EC 3.2.1.21) was determined by measuring the extinction 
of colored p-nitrophenol, formed by reducing a colorless p-nitrophenyl 
β-d-glucoside (PNG) (Hayano, 1973). The intensity of the yellow colored 
p-nitrophenol was measured at 400 nm and the average β-glc was expressed 
as an enzyme unit. One unit of enzyme was defined as 1 µmol of p-nitrophe-
nol released per min at 30 °C. All microbiological analyses were performed in 
three replications.

The variables were analyzed using two-way analysis of variance (ANOVA), 
followed by mean separation according to Tukey’s test at the P < 0.05 level of 
probability.

RESULTS AND DISCUSIONS

Chemical characteristics of soils under organic and conventional agricul-
ture production are presented in Table 1. The results showed that soil samples 
under both organic and conventional production were slightly alkaline (pH 
7.26–7.42), and only one sample was acidic (pH 5.43). Soils under organic farming 
belong to the class of humic soils (> 3%), while soils samples in conventional 
fields were characterized by the lower humus content (< 3%) (Table 1).
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Table 1. Chemical soil properties of the examined fields

Sample 
no.

Agricultural 
management

pH CaCO3
%

Humus
%

Total N
%

AL-P2O5
(mg 100 g-1)

AL-K2O
(mg 100 g-1)in KCl in H2O

1 Organic 7.33 8.10 6.76 3.57 0.245 22.9 24.00
2 Organic 7.26 8.06 4.22 3.52 0.241 16.2 22.00
3 Organic 7.27 8.07 5.07 3.45 0.235 12.10 21.00
4 Organic 7.27 8.03 8.44 3.52 0.241 12.20 25.00
5 Organic 5.43 6.78 0.76 3.47 0.238 4.50 19.00
6 Conventional 7.24 8.29 7.16 2.19 0.163 27.76 29.23
7 Conventional 7.38 8.22 3.38 2.58 0.192 27.90 25.00
8 Conventional 7.42 8.26 4.64 2.62 0.195 26.90 23.91
9 Conventional 7.38 8.21 3.80 2.65 0.197 27.40 39.81
10 Conventional 7.37 8.16 4.64 2.38 0.177 25.50 32.37

Organically managed soils enhance microbial community structure, abundance, diver-
sity and activity.

Table 2. Microbial abundance and activity depending on the management system

Sample 
no.

Agricultural 
management

Soybean 
variety

Azoto-
bacter 
spp. 

AMN
×107

TNB
×107

FNB
×106

FNG
×104

ACT
×104

DHA
(μg TPF 
g-1 soil)

β-glc 
(mU 

g-1 soil)
CFU g-1 soil

1 Organic Rubin 1310 a 173 ab 162 a 230 a 19 a 17 a 318 a 74.6 a
2 Organic Maximus 1150 a 211 a 148 ab 231 a 20 a 20 a 217 ab 75.7 a
3 Organic Galina 690 b 206 a 160 a 194 ab 17 a 20 a 309 a 82.5 a
4 Organic Valjevka 740 b 192 a 193 a 243 a 14 a 19 a 314 a 79.0 a
5 Organic Fortuna 2 c 135 b 121 ab 77 c 28 a 3 b 35 c 71.4 a

Organic Average 778 A 183 A 157 A 195 A 20 A 16 A 239 A 76.6 A
6 Conventional Rubin 0 c 204 a 157 a 190 ab 25 a 7 ab 60 bc 47.2 b
7 Conventional Maximus 2 c 147 b 143 ab 105 b 17 a 6 ab 73 bc 34.7 b
8 Conventional Galina 0 c 191 a 192 a 122 b 18 a 12 ab 110 b 35.6 b
9 Conventional Valjevka 1 c 213 a 163 a 138 b 28 a 8 ab 83 bc 39.8 b
10 Conventional Fortuna 1 c 197 a 136 ab 125 b 16 a 11 ab 63 bc 50.4 b

Conventional Average 1 B 190 A 158 A 136 B 21 A 9 B 78 B 41.5 B

AMN – ammonifiers; TNB – total number of bacteria; NFB – nitrogen-fixing bacteria; 
FNG – fungi; ACT – actinomycetes; DHA – dehydrogenase; β-glc – β-glucosidase.
* The different letters indicate a significant difference at P < 0.05

The results of the study showed significant increase in the abundance of 
Azotobacter spp., free N-fixing bacteria, actinomycetes and dehydrogenase 
and β-glucosidase activity in soils under organic management. Influence of 



45

soil management system was not significant for the total number of bacteria, 
ammonifiers and fungi (Table 2). The two different soil management systems 
did not significantly affect the total bacterial population and fungal abundance 
in the previous studies (Scullion et al., 1998; Stagnari et al., 2014; Marinkovic 
et al., 2018), which is in accordance with our results. The total number of bac-
teria and fungi were similar in both systems due to their diversity and ability 
to adapt and grow under various environmental conditions (Anand et al., 2006).

Azotobacter spp. is among the most important free-living, heterotrophic, 
aerobic soil bacteria, capable of fixing an average of 20 kg N ha-1 per year 
(Jnawali et al., 2015). Azotobacter strains are very sensitive to adverse environ-
mental conditions, and their presence is therefore considered an indicator of 
soil quality, health and fertility (Kizilkaya, 2009). Favorable conditions in the 
soils under organic production – slightly alkaline pH and organic matter content 
above 3%, resulted in an abundance of Azotobacter spp. (690–1310 CFU g-1 soil) 
and free N-fixers (194–243×106 CFU g-1 soil) (Table 2). A significant decrease 
in the presence of Azotobacter spp. (2 CFU g-1 soil), free N-fixers (77×106 CFU 
g-1 soil) and low phosphorus content were noted in sample no. 5 with pH < 5.43. 
Azotobacter strains are sensitive to acidic pHand, for this reason, its population 
is the most abundant in neutral and slightly alkaline soils (Barnes et al., 2007). 
Samples of soil under conventional production also had slightly alkaline pH, 
so Azotobacter spp. strains were recorded in extremely low number or not 
detected at all (Table 2). The average abundance of free N-fixers (136×106 CFU 
g-1 soil) was also significantly lower compared with their presence in fields 
under organic production (Table 2). Previous studies showed that populations 
of different bacterial N-fixing genera were more abundant under organic soil 
management (Jangid et al., 2008; Orr et al., 2012; Stagnari et al., 2014). Extensive 
use of mineral fertilizers and pesticides may reduce the number of Azotobacter 
spp. and other nitrogen fixing bacteria in the soil (Khudhur and Askar, 2013; 
Jnawali et al., 2015; Shaid et al., 2019). Considering that soil chemical analysis 
conducted in our research did not reveal high concentrations of P and K in fields 
under conventional management, excessive pesticide application is assumed to 
have an extreme negative effect on Azotobacter spp. population. Nitrogen fixing 
bacteria are known for their sensitivity to pesticides (Moreno et al., 2009; Orr et 
al., 2012). Some pesticides may therefore cause deleterious impact to Azotobacter 
populations (Shahid et al., 2019) and nitrogen fixers (Walvekar et al., 2017).

Actinomycetes are involved in organic matter turnover, nutrient recycling, 
humus synthesis, but they are also known for their ability to produce antimi-
crobial compounds (Aislabie and Deslippe, 2013). Through the production of 
extracellular enzymes, these microbes are able to degrade complex organic 
compounds, including lignin, cellulose, chitin and pectin, into less recalcitrant 
molecules (Eilers et al., 2010; Li et al., 2012). Actinomycetes have a strong 
negative relationship with soil pH, thus being more abundant in neutral and 
slightly alkaline soils (Sreevidya et al., 2016). The significantly lowest number 
of actinomycetes (3×104 CFU g-1 soil) (Table 2) was recorded in the acidic soil 
sample. Soil management significantly affected the number of actinomycetes, 
while organic farming showed higher average values (16×104 CFU g-1 soil) than 
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the conventional (9×104 CFU g-1 soil) (Table 2). Increase in organic carbon 
sources, associated with organic fertility management, had a positive correla-
tion with the population of actinomycetes (Chen et al., 2018). Recent studies 
confirmed a significant influence of soil management system and an enhanced 
population of actinomycetes in soils under organic farming (Stagnari et al., 2014; 
Chen et al., 2018).

Enzymatic activity has been proposed as an integrative determinant of 
soil quality, because of the key role in numerous biochemical and nutrient-
cycling processes in soils (Stott et al., 2010). Dehydrogenase is widely used as 
a reliable indicator of the total oxidative activity of soil microorganisms and 
overall soil metabolic activity (Nannipieri et al., 2003). Unfavorable environ-
mental conditions, such as low/high temperature, low/high pH, lower content 
of organic matter, and presence of heavy metals, fertilizers and pesticides, could 
have an adverse impact on dehydrogenase activity. The lowest DHA (35 μg TPF 
g-1 soil) (Table 2) was recorded in the acidic soil sample, confirming significant 
relation between dehydrogenase activity and soil pH (Fernandez-Calvino et 
al., 2010). Microbial communities in soils under organic production showed 
DHA values up to three times higher than those in soils under conventional 
production. Significantly higher average DHA was recorded in organic (239 μg 
TPF g-1 soil) than in conventional systems (78 μg TPF g-1 soil) (Table 2). Significant 
differences in DHA between production systems could be due to lower soil 
organic matter content in conventional fields. Previous research emphasized 
a positive correlation between soil DHA and organic matter content (Zhao et 
al., 2010; Yuan and Yue, 2012). The β-glucosidase enzyme catalyzes the final 
step of cellulose hydrolysis, and plays a major role in degradation of plant 
residues (Stott et al., 2010). The activity of β-glucosidase is sensitive to changes 
in crop residue management, but could also be an early indicator of changes 
in soil organic matter content (Stott et al., 2010). The average β-glucosidase 
activity in the fields under organic management was significantly higher (76.6 mU 
g-1 soil) than under conventional management (41.5 mU g-1 soil) (Table 2). The 
results confirm that β-glucosidase activity is sensitive to changes caused by 
differences in soil management systems. Application of organic materials in 
organic production results in increased β-glucosidase activity. Elevated levels 
of β-glucosidase activity are confirmed in the previous research (De la Hora 
et al., 2003; Acosta-Martínez et al., 2007; Stott et al., 2010).

Previous studies showed that soil pH is one of the most important factors 
affecting abundance and diversity of bacterial populations, with the optimum 
pH close to neutral (Lauber et al., 2009). Our study confirmed significantly 
the lowest number of azotobacter, free N-fixers, actinomycetes, and dehydro-
genase activity in the acidic soil sample. Soil organic matter substrate to soil 
microorganisms and it is an essential plant nutrient source through mineraliza-
tion (Haynes, 2005). Soils in AP Vojvodina naturally have a high content of 
organic matter, but inadequate cultivation practices applied during a longer 
period caused significant reduction in soil organic matter content (Vasin et al., 
2013). Organic matter declines significantly after an extended time of agricul-
tural production (Powlson et al., 2012), and it is lower in some agricultural soils 
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than in abandoned soils of the same type (Marinković et al., 2018). Organic 
management has a positive effect on soil organic matter content through in-
corporation of manure, compost, green manure, and plowing crop residues 
(Wang et al., 2016). Increased organic matter content in organic farming pos-
itively influences microbial growth, biomass and enzymatic activity (Lori et 
al., 2017). Significantly higher average number of azotobacter, free N-fixers 
and actynomicetes, as well as dehydrogenase and β-glucosidase activityfound 
in our study, confirm the positive correlation with soil organic matter content.

CONCLUSIONS

Organic soil management practices improved soil nutrient status and im-
pacted positively most of the investigated microbial indicators. Humus content 
was higher in all organic fields than on conventional plots. The abundance of 
Azotobacter spp., free N-fixing bacteria and actinomycetes was significantly 
enhanced in fields under organic farming. There were no significant changes 
in the total number of microorganisms, ammonifiers and fungi under specific 
agricultural management practices. The average dehydrogenase and 
β-glucosidase activity was significantly higher in soils under organic management 
than in conventional fields. These results allow better understanding of linkage 
between soil management and soil nutritional status, as well as structure and 
activity of soil microbial populations.
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	 МИКРОБИОЛОШКЕ КАРАКТЕРИСТИКЕ ЗЕМЉИШТА  
У РАЗЛИЧИТИМ СИСТЕМИМА ГАЈЕЊА СОЈЕ

Јелена Б. МАРИНКОВИЋ, Драгана Ђ. БЈЕЛИЋ, Бранислава Б. ТИНТОР,  
Вук Б. ЂОРЂЕВИЋ, Светлана Н. БАЛЕШЕВИЋ-ТУБИЋ,  

Војин Х. ЂУКИЋ, Марина P. ЋЕРАН

Институт за ратарство и повртарство
Максима Горког 30, Нови Сад 21000, Србија

РЕЗИМЕ: Циљ рада био је да се испита утицај система гајења на микробио
лошке карактеристике земљишта које је засејано сојом. Истраживање је обухва-
тило 180 узорака земљишта под сертификованом органском производњом соје и 
80 узорака у конвенционалној производњи. Бројност испитиваних група микро
организама одређена је индиректном методом разређења, засејавањем земљишне 
суспензије на одговарајуће селективне подлоге, док је активност дехидрогеназе 
и β-глукозидазе утврђена спектрофотометријски. Добијени резултати указују да 
је систем гајења утицао на структуру и активност микробних заједница. Значајни 
позитивни ефекти органске производње одразили су се на бројност Azotobacter spp., 
слободних азотофиксатора и актиномицета. Утицај система гајења није запажен 
у промени укупног броја бактерија, амонификатора и гљива. Значајно виша актив
ност дехидрогеназе и β-глyкозидазе забележена је под органском производњом 
у поређењу са конвенционалном. Добијени резултати указују да је повећање у 
садржају органске материје, које је повезано са органским системом ђубрења, у 
позитивној корелацији са микробиолошким особинама земљишта.

КЉУЧНЕ РЕЧИ: бројност микроорганизама, дехидрогеназa, β-глукозидаза, 
органска и конвенционална производња, соја
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POSSIBILITY OF USING Bacillus AND Trichoderma  
STRAINS FOR DECOMPOSITION OF CROP RESIDUES

ABSTRACT: The objective of this study was to investigate the possibility of using 
microbial strains as residue decomposers and to determine the effect of these strains on 
chemical and microbial properties in the residue-amended soil. Greenhouse experiment 
consisted of eight Bacillus treatments, three Trichoderma treatments, and their combination, 
all applied to non-sterile chernozem soil amended with wheat straw. Incorporation of wheat 
straw improved soil chemical and microbial properties, while the extent of residue decom-
position under microbial strains was intensified. Microbial treatments significantly affected 
the soil pH, the content of carbonate, total carbon, soil organic carbon, humus, and available 
phosphorus and potassium. Bacterial and fungal treatments also significantly influenced the 
total microbial number, ammonifiers, N2-fixers, fungi, actinomycetes, oligotrophs, copiotrophs, 
and cellulolytic microorganisms. The effect of microbial treatments varied depending on 
the applied strains and examined properties, with Bacillus strains being more promising 
residue decomposers compared to Trichoderma strains. The most effective microbial strains 
could be used as potential decomposers of crop residues.

KEYWORDS: Bacillus, soil microorganisms, soil organic matter, Trichoderma, wheat 
straw

INTRODUCTION

A sustainable agroecosystem relies upon an adequate amount of soil organic 
matter (SOM). Organic matter plays an important and multiple roles in soil, 
affecting physical, chemical, and biological soil properties, such as soil structure, 
cation exchange capacity, soil pH, and nutrient and energy supply for microbial 
biomass and higher plants (Walsh and McDonnell, 2012). The amount of organic 
matter in soil is largely influenced by cropping (Liu et al., 2005). Management 
practices such as repetitive tillage, removal or burning of crop residues, and 
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inadequate fertilization result in a decrease of SOM content (Ghimire et al., 
2017). Conversely, increasing or preserving the SOM content requires a sustained 
effort that includes reduced or no-tillage, crop residue amendment, integration 
of organic and chemical fertilizers, and crop rotations (Shrestha et al., 2013).

Incorporation of crop residues or other forms of organic material may reduce 
the application of chemical fertilizers while maintaining SOM levels and im-
proving fertility and productivity of agricultural soils (Singh and Rengel, 2007). 
A great proportion of nutrient input during cultivation i.e. 30–35% of applied 
nitrogen (N) and phosphorus (P), and 70–80% of applied potassium (K), re-
mains in crop residues (FAO, 2006). For instance, incorporation of wheat straw 
saves 50% of the recommended fertilizer quantity, followed by increased pro-
ductivity of crops (Rajput, 1995). Additionally, crop residues are the main con-
tributor to soil organic carbon (SOC) pool, which is a key index for soil fertility 
and a major carbon (C) reservoir in an agroecosystem (Manlay et al., 2007). Soil 
organic matter dynamics depends on the balance between C inputs via return 
of crop residues or organic amendments and C outputs primarily through SOC 
decomposition (Wang et al., 2015).

Crop residues are composed of lignin, cellulose, hemicellulose, and nu-
trients. The decomposition of crop residues is primarily determined by soil 
microorganisms (Schneider et al., 2012). Burning or removal of residues can 
decrease microbial biomass and microbial activity compared with soils where 
crop residues are returned to the soil (Chowdhury et al., 2015). Since soil mi-
crobial communities are the main regulators of nutrient cycling and soil carbon 
processes, differences in their composition have the potential to influence the 
provisioning of crop nutrients and the retention of C in residue-amended soils 
(Bending et al., 2002). The intensification of microbial and chemical process-
es during decomposition can be achieved using microbial strains as potential 
residue decomposers (Miki et al., 2010). 

Species of Bacillus and Trichoderma are widely distributed in soil and 
well known for their beneficial effects on crop productivity (Bhattacharyya et 
al., 2016). They are among the most investigated biocontrol and plant growth-
promoting agents that contribute to the suppression of plant pathogens and 
enhancement of plant growth (Abhilash et al., 2016). However, little is known 
about the impact of these microbial strains on residue decomposition and their 
relation to the soil microbiome during this process. Therefore, the objective of 
this study was to investigate the possibility of using Bacillus and Trichoderma 
strains as residue decomposers and to determine the effect of microbial treat-
ments on chemical and microbial properties in the residue-amended soil. 

MATERIALS AND METHODS

Microbial strains

Bacillus strains used in this study were obtained from the collection of 
the Department of Microbiological Preparations, Institute of Field and Vegetable 
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Crops, Novi Sad, Serbia. The strains were originally isolated from the soil samples, 
which included the rhizosphere of plants, agricultural and non-agricultural soils 
from different locations in the Province of Vojvodina. The bacteria were cultured 
for 48 h in nutrient broth (NB) at 30 °C to obtain the 109 cells ml-1 inoculum 
density. Trichoderma strains originated from the soil samples collected at 
Rimski šančevi experimental field of the Institute of Field and Vegetable Crops. 
The fungi were grown on potato dextrose agar (PDA) for seven days at 27 °C. 
After incubation, a sample of each fungus was taken and suspended in sterile 
distilled water to prepare the 109 spores ml-1 inoculum density. 

Greenhouse experiment

The experiment was conducted in plastic boxes (36 × 28 × 15 cm) in a 
greenhouse under non-sterile, ambient temperature conditions. Each box con-
tained 4 kg of non-sterile chernozem soil, 50 g of wheat straw, and 750 ml of 
microbial inoculum. Experiment included eight bacterial treatments: Bacillus 
safensis (BS), Lysinibacillus fusiformis (LF), Bacillus megaterium (BM), Bacillus 
thuringiensis (BT), Lysinibacillus sphaericus (LS), Bacillus pumilus (BP), Bacillus 
cereus (BC), and Bacillus mixture (Bmix); three fungal treatments: Trichoderma 
harzianum (TH), Trichoderma asperellum (TA), and Trichoderma mixture 
(Tmix); and a combination of bacterial and fungal mixture (BTmix). Mixtures 
consisted of bacterial and/or fungal strains mixed in an equal ratio. The effect 
of applied microbial treatments was compared to soil and soil with wheat straw, 
both with 750 ml of water (control). There were three replications of each treat-
ment. The experiment was conducted for six months and watered weekly to 
maintain optimal conditions for microbial activity.

Soil chemical analysis

Soil samples for chemical analysis were collected at the end of the experi-
ment (after 180 days). The samples were dried at the room temperature, milled 
and sieved to a particle size of < 2 mm. Chemical properties of examined soil 
were determined at the Laboratory for Soil and Agroecology of the Institute 
of Field and Vegetable Crops, using standard methods. The pH value in 1:5 
(v/v) of soil suspension in 1 mol l-1 KCl was determined potentiometrically. 
Carbonate content (CaCO3) (%) was measured with a Scheibler calcimeter. 
Contents of total nitrogen (N) (%), total carbon (C) (%), and soil organic carbon 
(SOC) (g/kg) were obtained via CHNS elemental analysis (Vario EL III, Elemen-
tar). The humus content (%) was assessed by oxidation of organic matter by 
the method of Tyurin. Available K2O and P2O5 (mg/100 g) were determined by 
extraction with ammonium lactate according to Egner-Riehm. Potassium content 
(K) was determined using the flame photometer (Evans Electroselenium Ltd.). 
Phosphorus (P) content was analyzed using the blue method in a spectropho-
tometer (Agilent Cary 60, Agilent Technologies). All chemical analyses were 
performed in four replicates.
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Soil microbial analysis

Soil samples for microbial analysis were collected four times during the 
experiment (after 45, 90, 130, and 180 days). The microbial number was ana-
lyzed at the Department of Microbiological Preparations of the Institute of 
Field and Vegetable Crops, using indirect dilution method followed by plating 
of soil suspension on selective nutritive media. The total number of microor-
ganisms (TNM) was determined on an agarized soil extract, ammonifiers 
(AMN) on a meat-peptone agar (MPA), and free N2-fixers (NFB) on a nitrogen-
free agar. The number of fungi (FNG) was determined on Czapek-Dox agar, 
actinomycetes (ACT) on synthetic agar, oligotrophic (OB) and copiotrophic 
(CB) bacteria on (C)- poor and (C)- rich medium, and cellulolytic microorganisms 
(CEL) on Waksman-Carey medium. The incubation temperature was 28 °C, while 
the incubation time depended on the tested group of microorganisms (Jarak 
and Đurić, 2006). The average number of colony-forming units (CFU) was 
calculated per 1.0 g of absolute dry soil. All microbial analyses were performed 
in four replicates.

Statistical analysis

Data were subjected to analysis of variance (ANOVA). Means were com-
pared using Tukey’s honest significant difference (HSD) test at the P < 0.05 level. 
All analyses were performed in STATISTICA 12.6 (StatSoft Inc., USA).

RESULTS AND DISCUSSION

Microbial strains used in this study were selected according to a previously 
performed screening of bacteria and fungi for potential cellulolytic activity using 
enzymatic and dry fermentation assays (data not shown). Chemical analysis 
showed that experimental soil was slightly alkaline and slightly humic, with a 
high content of easily accessible phosphorus and optimal supply of easily acces-
sible potassium. Significant differences between soil and soil amended with 
wheat straw were observed for pH, SOC, and K (Table 1). Applied microbial 
treatments significantly affected all examined soil chemical properties except 
total N (Table 1). All Bacillus treatments increased the pH values, while Tricho­
derma treatments had a lower pH compared to control. A significant increase in 
pH was recorded with Bacillus safensis, Bacillus cereus, and Bacillus mixture. 
Trichoderma harzianum significantly increased the content of CaCO3, while 
other treatments had a negligible impact on the carbonates. Similarly, significant 
differences in N content between experimental treatments were not recorded. 
Bacterial treatments positively affected the total C and SOC, while а significant 
increase was observed in all Bacillus treatments, except Bacillus cereus. 
Conversely, fungal treatments slightly decreased the content of total C and 
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significantly decreased the content of SOC. All Bacillus individual treatments, 
as well as Trichoderma harzianum and Bacillus-Trichoderma mixture treatments 
significantly affected the humus content. A significant increase in P and K 
content was recorded with Bacillus individual treatments and both Bacillus 
mixtures. According to Ogbodo [2011], organic matter from residue improved 
the soil pH status by increasing the soil buffer capacity. An increase in soil pH 
followed by an increase in nutrient content in residue–amended soil is frequently 
reported [Butterly et al., 2013]. The organic matter acts as a storage from which 
basic cations are released into the soil solution, while the improved soil nutrient 
status leads to better soil quality and crop productivity [Manlay et al., 2007]. 

Table 1. Chemical properties of residue-amended soil depending on examined microbial 
treatments 

Treatment pH CaCO3 
(%)

Total N 
(%)

Total C 
(%)

SOC
(g kg-1)

Humus 
(%)

P
(mg)*

K
(mg)*

Soil 7.35 f 0.93 bc 0.184 a 1.95 d 17.03 h 2.48 h 26.1 d 22.7 c
Control 7.56 cde 1.17 bc 0.189 a 2.06 cd 18.69 f 2.55 gh 25.2 d 30.5 b
BS 7.70 ab 1.17 bc 0.208 a 2.24 ab 19.74 b 2.80 ab 39.3 a 38.2 a
LF 7.68 abc 0.93 bc 0.203 a 2.22 ab 19.10 c 2.73 bcd 35.0 bc 39.1 a
BM 7.64 bcd 1.17 bc 0.200 a 2.27 a 20.31 a 2.69 cdef 34.0 bc 38.6 a
BT 7.65 abcd 0.93 bc 0.205 a 2.23 ab 19.59 b 2.76 abc 32.3 c 40.0 a
LS 7.68 abc 1.17 bc 0.205 a 2.18 ab 19.08 cd 2.76 abc 34.3 bc 40.0 a
BP 7.68 abc 1.17 bc 0.210 a 2.18 ab 18.89 e 2.83 a 32.5 c 38.6 a
BC 7.71 ab 0.93 bc 0.207 a 2.15 bc 18.68 f 2.78 abc 32.6 c 38.6 a
BMix 7.77 a 1.35 b 0.195 a 2.22 ab 18.93 de 2.63 efg 32.7 c 40.9 a
TH 7.51 e 4.20 a 0.197 a 1.96 d 18.31 g 2.65 def 24.0 d 29.1 b
TA 7.54 de 1.35 b 0.193 a 1.99 d 18.38 g 2.60 fg 26.6 d 30.5 b
TMix 7.48 e 1.17 bc 0.194 a 1.99 d 18.36 g 2.61 fg 26.0 d 30.0 b
BTmix 7.68 abc 0.75 c 0.201 a 2.17 abd 18.54 f 2.71 bcde 35.8 b 38.2 a
P 0.000 0.000 0.091 0.000 0.000 0.000 0.000 0.000

Values are the means of 4 replicates. Values in a column with different letters are statisti-
cally different (P < 0.05), according to Tukey’s HSD test. *In a 100 g sample of soil. BS – 
Bacillus safensis; LF – Lysinibacillus fusiformis; BM – Bacillus megaterium; BT – Bacillus 
thuringiensis; LS – Lysinibacillus sphaericus; BP – Bacillus pumilus; BC – Bacillus 
cereus; Bmix – Bacillus mixture; TH – Trichoderma harzianum; TA – Trichoderma 
asperellum; Tmix – Trichoderma mixture; BTmix – Bacillus and Trichoderma mixture. 

Different cropping systems can have a positive or negative effect on 
microbial number and activity, which directly reflect the fertility of the soil. 
Our research revealed that wheat straw amendment increased the presence 
of all microbial communities, and led to a significant change in the total 



microbial number, number of ammonifiers, N2-fixers, fungi, and copiotrophs 
compared to soil without crop residues. Microbial treatments significantly 
affected the number of all examined microbial groups (Table 2). All microbial 
treatments, except Trichoderma harzianum, increased the total microbial 
number. A significant increase in the total microbial number was achieved 
in all treatments apart from Bacillus safensis. The number of ammonifiers 
and N2-fixers was increased in applied treatments, while the significant effect 
was observed for all treatments but Trichoderma harzianum. The number of 
fungi was significantly increased with Trichoderma harzianum, while an 
increase in the number of this microbial group was also recorded with Bacil­
lus safensis, Bacillus cereus, Trihoderma asperellum, and both Trichoderma 
mixtures. Interestingly, treatments with Lysinibacillus fusiformis, Bacillus 
megaterium, and Bacillus thuringiensis led to a significant decrease in the 
number of fungi. The number of actinomycetes was significantly higher in 
Lysinibacillus fusiformis, Bacillus cereus, and Trichoderma mixture treat-
ments, while their population was not considerably altered in other experi-
mental treatments. All microbial treatments, except Trihoderma harzianum, 
positively affected the number of oligotrophs, while a significant increase was 
obtained with Bacillus safensis, Bacillus cereus, and Trichoderma mixture. 
The number of copiotrophs was higher in all microbial treatments when com-
pared to control, while the significant effect on this microbial group was re-
corded in Bacillus individual treatments, Bacillus mixture, and Trichoderma 
asperellum treatments. Cellulolytic microorganisms were significantly increased 
with Lysinibacillus sphaericus, Bacillus mixture, Trichoderma asperellum, 
and Trichoderma mixture, while a positive effect was obtained in most other 
treatments.

Examined microbial parameters in this study are important indicators 
of nutrient cycling and carbon processes, as well as the soil perturbations 
during residue decomposition. Ammonifiers degrade organic nitrogen com-
pounds, while nitrogen-fixing bacteria reduce atmospheric nitrogen (Isobe 
et al., 2014). Actinomycetes and fungi are effective at decomposing complex 
organic compounds including lignin and cellulose (Bai et al., 2016). Copio-
trophs and oligotrophs indicate the availability of carbon source, while cel-
lulolytic microorganisms are the main decomposers of plant biomass (Ho et 
al., 2017). In this study, higher microbial abundance was accompanied by 
higher enzyme activities (data not shown). The higher enzyme activities may 
coincide with greater capacity to produce enzymes by the larger microbial 
biomass or might be partially attributed to higher substrate quantity and 
complexity (Yang et al., 2011). Previous studies reported the importance of 
crop residue returns for improving microbial community structure and main-
taining soil fertility (Pascault et al., 2010; Arcand et al., 2016), while this 
research emphasized its significance through the application of adequate 
microbial strains.
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Table 2. Microbial properties of residue-amended soil depending on examined treatments 

Treat-
ment

TNM
(CFU×106)

AMN
(CFU×106)

NFB
(CFU×105)

FNG
(CFU×103)

ACT
(CFU×103)

OB
(CFU×106)

CB
(CFU×106)

CEL
(CFU×105)

g-1 soil
Soil 107 h 67 i 60 f 17 efg 0 d 191 g 251 g 4 d
Control 344 f 166 h 197 e 24 bcde 2 cd 310 defg 529 f 21 cd
BS 399 ef 394 def 269 d 28 abcd 2 cd 461 abc 649 de 27 cd
LF 445 de 397 def 361 bc 12 gh 11 a 501 ab 677 de 41 bc
BM 446 de 420 cde 389 b 15 fgh 3 cd 384 bcde 676 de 40 bc
BT 509 bc 404 def 372 bc 9 h 3 cd 337 cdef 655 de 39 bc
LS 510 bc 609 a 603 a 21 def 2 cd 371 cdef 841 ab 58 ab
BP 597 a 493 b 397 b 18 efg 0 d 349 cdef 928 a 20 cd
BC 562 ab 370 ef 329 c 30 abc 6 b 266 efg 818 bc 26 cd
BMix 564 ab 477 bc 358 bc 22 cdef 1 cd 428 abcd 734 cd 54 ab
TH 245 g 216 gh 205 e 36 a 2 cd 249 fg 589 ef 19 cd
TA 489 cd 244 g 407 b 31 ab 1 cd 352 cdef 700 d 60 ab
TMix 519 bc 347 f 380 bc 28 abcd 4 c 541 a 538 f 79 a
BTmix 491 cd 457 bcd 259 d 25 bcde 1 cd 359 cdef 589 ef 20 cd
P 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000

Values are the means of 4 replicates. Values in a column with different letters are statisti-
cally different (P < 0.05), according to Tukey’s HSD test. TNM: total microbial number, 
AMN: ammonifiers, NFB: N2-fixers, FNG: fungi, ACT: actinomycetes, OB: oligotrophs, 
CB: copiotrophs, CEL: cellulolytic microorganisms. BS – Bacillus safensis; LF – Lysini­
bacillus fusiformis; BM – Bacillus megaterium; BT – Bacillus thuringiensis; LS – Lysini­
bacillus sphaericus; BP – Bacillus pumilus; BC – Bacillus cereus; Bmix – Bacillus mix-
ture; TH – Trichoderma harzianum; TA – Trichoderma asperellum; Tmix – Trichoderma 
mixture; BTmix – Bacillus and Trichoderma mixture.

CONCLUSIONS

Our study confirmed the importance of residue incorporation and mi-
crobial decomposition in agricultural soil. Incorporation of wheat straw had 
a positive effect on examined soil properties, while microbial treatments im-
proved chemical properties and increased microbial number. Overall, Bacillus 
treatments had a better effect on examined soil properties compared to Tricho­
derma treatments. Individual Bacillus strains mostly had an advantage over 
their combined application, while Trichoderma strains had the best effect in the 
mixtures. The most effective microbial strains could be used for decomposition 
of wheat straw in soils with similar properties. A further selection of microbial 
strains through greenhouse and field trials will be necessary to establish their 
efficiency as individual and combined decomposers of various crop residues 
in different soil environments.
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МОГУЋНОСТ КОРИШЋЕЊА Bacillus И Trichoderma СОЈЕВА  
ЗА РАЗЛАГАЊЕ ЖЕТВЕНИХ ОСТАТАКА

Драгана Ђ. БЈЕЛИЋ, Јелена Б. МАРИНКОВИЋ, Бранислава Б. ТИНТОР,  
Јордана М. НИНКОВ, Јовица Р. ВАСИН, Милорад С. ЖИВАНОВ, 

Снежана П. ЈАКШИЋ

Институт за ратарство и повртарство,
Максима Горког 30, Нови Сад 21000, Република Србија

РЕЗИМЕ: Циљ рада био је да се утврди могућност коришћења микробиолош
ких сојева у разлагању жетвених остатака, као и ефекат ових сојева на хемијска 
и микробиолошка својства у земљишту са додатком жетвених остатака. Оглед у 
стаклари обухватио је осам Bacillus третмана, три Trichoderma третмана и њихову 
смешу, који су примењени у нестерилном земљишту типа чернозем са пшеничном 
сламом. Уношење сламе побољшало је хемијска и микробиолошка својства зе
мљишта, док је примена микробиолошких сојева интензивирала разградњу же
твених остатака. Микробиолошки третмани значајно су утицали на pH земљишта, 
садржај карбоната, укупног угљеника, органског угљеника, хумуса, приступачног 
фосфора и калијума. Третмани са бактеријама и гљивама такође су значајно 
утицали на укупан број микроорганизама, бројност амонификсатора, азотофик
сатора, гљива, актиномицета, олиготрофа, копиотрофа и целулолитичких микро
организама. Ефекат примењених третмана варирао је у зависности од примењеног 
соја и испитиваних својстава, при чему су сојеви Bacillus-а имали бољи ефекат у 
разградњи жетвених остатака у поређењу са Trichoderma сојевима. Најефикаснији 
микробиолошки сојеви могу се користити као потенцијални разлагачи жетвених 
остатака.

КЉУЧНЕ РЕЧИ: Bacillus, земљишни микроорганизми, органска материја 
земљишта, Trichoderma, пшенична слама
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RESPONSE OF CHEMICAL AND MICROBIAL  
PROPERTIES TO SHORT-TERM BIOCHAR AMENDMENT  

IN DIFFERENT AGRICULTURAL SOILS

ABSTRACT: The objective of this study was to assess the effect of biochar soil amendment 
(BSA) on chemical and microbial properties in different agricultural soils in Vojvodina Prov-
ince. Short-term pot experiment consisted of five biochar application doses (0, 0.5, 1, 2, and 
3%) and five contrasting soil types (Mollic Gleysol, Eutric Cambisol, Calcaric Fluvisol, 
Gleyic Chernozem, and Haplic Chernozem), planted with sunflower (Helianthus annuus L.) 
and winter wheat (Triticum aestivum L.). The examined chemical and microbial properties 
were significantly influenced by soil type and interaction of experimental factors. Significant 
influence of biochar on the contents of calcium carbonate (CaCO3), total nitrogen (N), total 
carbon (C), soil organic carbon (SOC), humus and potassium (K) of the tested soils was observed. 
Biochar also significantly affected the number of azotobacters (AZB), fungi (FNG), actino-
mycetes (ACT) and copiotrophic bacteria (CB). The effect of BSA varied depending on the 
applied dose, with higher values of the examined chemical and microbial parameters at higher 
doses of application. Further studies on using biochar in soils with low fertility will be neces-
sary to establish its efficiency as an enhancer for agricultural production in Serbia. 

KEYWORDS: biochar, carbon, humus, nitrogen, microbial number, soil type 

INTRODUCTION

Biochar is a stable C-rich material produced by thermal degradation of 
plant-derived biomass under oxygen-free to oxygen-deficient conditions (Sohi 
et al., 2009). Application of biochar into agricultural soils can improve soil fertil-
ity, increase carbon sequestration and mitigate greenhouse effects (Brassard 
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et al., 2016). Numerous studies confirmed that biochar soil amendment (BSA) 
changes physical and chemical soil properties (water holding capacity, soil 
aeration and pH, soil structure, nutrient retention and availability, release of 
soluble C and availability of micronutrients), decreases fertilizer requirements, 
and increases sorption of toxic compounds (Lehmann and Joseph, 2009). Positive 
priming effects of biochar on crop biomass and yield have also been reported 
(Castaldi et al., 2011). 

Studies of BSA have mainly been conducted in regions with tropical and 
humid climate, on soils which are more degraded, while the possibility of bio-
char application on soils in regions with temperate climate remains unexplored 
(Jeffery et al., 2011; Liao et al., 2016). There is no experimental confirmation 
on using biochar and its effects on soil properties in the environmental condi-
tions of Vojvodina Province (South Pannonian Plain), Serbia. The soils in 
Vojvodina are potentially fertile. However, a downward trend in the content of 
humus and soil organic carbon (SOC) has been observed over the past few 
decades as a result of tillage, insufficient fertilization, removal and burning of 
crop residues (Šeremešić et al., 2013). 

For the long-term preservation of soil fertility and protection of agroeco-
logical systems, it is necessary to enable intensification of microbiological 
activity by applying appropriate measures, such as BSA. Soil microorganisms 
can be affected by BSA because of their role in mineralization of organic matter 
and involvement in nutrient cycles (Ferrell et al., 2013). Improved understand-
ing of the dynamics and interrelationship between chemical and microbial 
properties in response to biochar amendment can provide valuable information 
on soil fertility potential and assessment of strategic biochar application to 
agricultural soils (Quilliam et al., 2013). Therefore, the objective of this study 
was to assess the effect of biochar amendment on chemical and microbial 
properties in different agricultural soils in Vojvodina Province (Serbia). 

MATERIAL AND METHODS

Soil description

Soil types were selected based on the most common use by farmers in the 
study area (Vojvodina Province): Mollic Gleysol (clayic): GL-mo-ce (Novi 
Bečej, 45° 58ʼ N; 20° 08ʼ E; 70 m), Calcaric Fluvisol (arenic): FL-ca-ar (Šangaj, 
45° 29ʼ N; 19° 87ʼ E; 75 m MASL), Eutric Cambisol (clayic): CM-eu-ce (Buko
vac, 45° 20ʼ N, 19° 90ʼ E, 198 m MASL), Gleyic Chernozem (arenic): CH-gl-ar 
(Futog, 45° 24ʼ N; 19°70ʼ E; 78 m MASL) and Haplic Chernozem (loamic): 
CH-ha-lo (Čenej, 45° 35ʼ N; 19° 79ʼ E; 79 m MASL). Soils were classified ac-
cording to the World Reference Base for Soil Resources (IUSS Working Group 
WRB, 2014). Vojvodina Province extends in the Pannonian Plain, characterized 
by typically temperate, continental climate.
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Biochar

Biochar was purchased from a local company in Serbia. Chemical prop-
erties of biochar were analyzed according to the methods applied in soil anal-
ysis. Ash content of biochar was < 4 %, with the density of 0.402 g cm-3, and 
moisture of 4–10%. Biochar contained 74.51% carbon (C), 95.03% organic 
carbon (Corg), and 0.547% nitrogen (N). Available phosphorus (P) content was 
53.8 mg / 100 g, available potassium (K) content was 291 mg / 100 g, whereas 
pH of biochar was 7.54 (in KCl) and 8.24 (in H2O). Before application into the 
soil, biochar was milled and passed through a brass sieve with a 2 mm aperture 
size and weighed in bags with the planned amount for each pot.

Pot experiment

The experiment was conducted in a greenhouse under semi-controlled 
conditions, characterized by the complete control of soil moisture, partial control 
of light and protection from adverse mechanical influences, without controlling 
the air temperature. Soils and biochar were simultaneously distributed in pots 
(v/w 10 l) in the amount of 5 kg per pot. The experiment consisted of five biochar 
application rates: 0 (0%), 25 (0.5%), 50 (1%), 100 (2%) and 150 (3%) g pot-1 
(w/w). Treatments were arranged in a randomized block design with four rep-
lications. The experimental crops were winter wheat (Triticum aestivum L.) 
and sunflower (Helianthus annuus L.). Sunflower was sown in early April and 
matured in late August. Winter wheat was sown in early October and harvested 
in early June of the following year.

Soil sampling

After harvesting winter wheat at the end of the experiment, the samples 
were collected from the experimental pots assembled for each soil type and 
biochar dose in order to examine the effect of biochar application. After removing 
approximately 3 cm of the soil surface, about 0.5–1 kg of soil was taken from 
each pot. The samples were placed into polyethylene bags and transported 
to the laboratory. The samples were sieved at < 2 mm and stored at room tem-
perature for chemical analysis. An aliquot of each soil sample was stored in 
refrigerator at 4 °C before microbiological analysis. All chemical and microbial 
analysis were performed in four replicates.

Soil chemical analysis

The main chemical properties of examined soils were determined using 
standard methods. pH in soil suspension with water or 1M KCl was analyzed 
potentiometrically (Mettler Toledo SevenCompact pH/ion). The content of 
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calcium carbonate (CaCO3) (%) was determined with a Scheibler calcimeter. 
Humus content (%) was determined by oxidation of organic matter by the 
method of Tyurin. Contents of total nitrogen (N) and total and organic carbon 
(C and Corg) (%) were analyzed on elemental CHNS analyzer (Vario EL III, 
Elementar). Corg (%) content was expressed in the SI unit as g C/kg soil (SOC 
g/kg). Available K2O and P2O5 (mg/100 g) were analyzed by AL-method ac-
cording to Egner-Riehm, by extraction with ammonium lactate. Potassium 
content (K) was determined by the flame photometer (Evans Electroselenium 
Ltd.) and phosphorus (P) content was assessed using the blue method in a 
spectrophotometer (Agilent Cary 60, Agilent Tehnologies). 

Soil microbial analysis

Total cultivable bacterial and fungal colony forming units (CFU) were 
measured by the dilution plate method on the appropriate nutritive media. The 
total number of microorganisms (TNM) was determined on a soil agar (5 days, 
at 28 °C), the number of Azotobacter sp. (AZB) and free N2-fixers (NFB) on 
nitrogen-free medium (Fyodorov’s medium) (48 h and 5 days, respectively, at 
28 °C). The number of ammonifiers (AMN) was determined on a meat peptone 
agar (3 days, at 28 °C), actinomycetes (ACT) on Krasilnikov’s agar (7 days, at 
28 °C), fungi (FNG) on Czapek-Dox agar (5 days, at 28 °C), copiotrophic (CB) 
and oligotrophic (OB) bacteria on high and low C content medium (7 and 14 days, 
at 28 °C). The average number of colony forming units (CFU) was calculated 
per 1.0 g of soil dry weight. 

Statistical analysis

Data were subjected to analysis of variance (ANOVA) using software 
STATISTICA 12.6 (Statsoft, Tulsa, Oklahoma, USA). Means were separated 
using Tukey’s HSD (honest significant difference) test at the P < 0.05 level. 

RESULTS AND DISCUSSION

Chemical properties of the examined agricultural soils varied significantly 
depending on the type of soil (Table 1). Investigated soil types had a slightly 
alkaline pH reaction, which is a favorable environment for the growth and de-
velopment of most plants and microorganisms. Variability of the other tested 
chemical properties was very apparent because of differences between the stud-
ied soil types. The highest contents of total N, total C, SOC, and humus were 
observed in Haplic Chernozem, followed by Mollic Gleysol. The lowest values 
of these parameters were detected in Gleyic Chernozem, where the highest con-
tents of available P and K were found. Lower contents of humus, N and SOC 
were also determined in Eutric Cambisol and Calcaric Fluvisol (Table 1).
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Biochar had significant influence on the content of CaCO3, total N, total C, 
SOC, humus and K. Interaction of soil type and biochar doses significantly 
affected the pH, total N, total C, SOC humus and K. Except pH and CaCO3, 
concentration of all the examined chemical properties showed an upward trend 
after applying an increased dose of biochar (Table 1). The highest increase of 
examined chemical properties was recorded at 2% and 3% biochar treatments. 
The results are in accordance with those presented by Ippolito et al. (2014), 
who reported positive effects of BSA on chemical properties in calcareous 
soils. A significant increase in humus content along with increased doses of 
BSA could be explained by chemical content of BSA and high content of total 
C (74.51%). The positive effects of BSA on C and humus content suggested 
that application of biochar may promote the formation of stable soil organic 
matter (SOM) (Muhammad et al., 2014; Prayogo et al., 2014).

Table 1. Chemical properties depending on examined soil types and biochar doses 

Factor/Variable pH CaCO3 
(%)

Total N 
(%)

Total C 
(%)

SOC 
(g kg-1)

Humus 
(%)

P
(mg)*

K 
(mg)*

Soil (S)

GL-mo 7.23 e 0.68 d 0.25 b 4.34 a 35.5 a 3.74 b 14.42 c 25.78 b
CM-eu 7.42 d 0.67 d 0.15 d 2.01 b 14.2 c 1.82 d 9.16 d 16.13 d
FL-ca 7.75 a 21.66 a 0.17 c 4.35 a 17.8 b 2.21 c 15.07 c 7.41 e
CH-gl 7.61 b 5.40 c 0.14 e 1.79 b 13.2 c 1.71 d 40.95 a 39.67 a
CH-ha 7.49 c 7.35 b 0.30 a 4.68 a 36.3 a 4.75 a 23.45 b 19.03 c

Bio-
char 
(B)

0% 7.51 a 7.57 a 0.18 d 2.60 b 17.3 c 2.38 d 20.30 b 20.61 b
0.5% 7.50 a 7.18 ab 0.19 c 2.96 b 19.3 c 2.56 c 20.48 ab 21.26 b
1% 7.52 a 7.09 ab 0.20 b 3.13 b 22.8 b 2.81 b 20.57 ab 21.56 b
2% 7.47 a 6.83 ab 0.22 a 4.12 a 28.4 a 3.16 a 20.62 ab 21.14 b
3% 7.49 a 7.08 b 0.23 a 4.36 a 29.2 a 3.32 a 21.08 a 23.45 a

P
S 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
B 0.069 0.008 0.000 0.000 0.000 0.000 0.076 0.000

S × B 0.024 0.085 0.000 0.012 0.000 0.000 0.115 0.007

Values are the means of 4 replicates. Values in a row with different letters are statistically 
different (P < 0.05), according to Tukey’s HSD test. GL-mo: Mollic Gleysol, CM-eu: Eutric 
Cambisol, FL-ca: Calcaric Fluvisol, CH-gl: Gleyic Chernozem, CH-ha: Haplic Chernozem. 
* In a 100 g sample of soil.

Soil properties have a strong impact on a range of processes influencing 
crop yield, including microbial diversity (Coleman, 2011). The abundance and 
activity of certain microbial groups are positively or negatively correlated with 
soil chemical properties (Falkowski et al., 2008; Liang and Balser, 2011). Soil 
microorganisms can be affected by BSA because of their role in maintaining 
crop productivity through mineralization of complex organic compouds in soil, 
as well as their sensivity to environmental change (Ferrell et al., 2013; Muhammad 
et al., 2014). The analysis of variance revealed that the soil type significantly 
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influenced the number of all investigated microbial groups (Table 2). The TNM, 
NFB, AMN, CB and OB were significantly higher in Mollic Gleysol compared 
with other soil types. AZB and ACT were most abundant in Chernozem soils, 
while the number of FNG was the highest in Calcaric Fluvisol (Table 2).

BSA had significant influence on the number of AZB, FNG, ACT and 
CB. Interaction of experimental factors significantly affected the number of 
all the examined microbial groups (Table 2). The effect of BSA depended on 
microbial group and the applied dose. Better effects on the tested microbial 
parameters were obtained with higher doses of biochar (1–3%). The treatments 
negatively affected the number of AMN and FNG.

Table 2. Microbial properties depending on examined soil types and biochar doses (g-1 soil)

Factor/
Variable

AZB
(CFU×102)

TNM
(CFU×106)

AMN
(CFU×106)

NFB
(CFU×105)

FNG
(CFU×103)

ACT
(CFU×103)

OB
(CFU×106)

CB
(CFU×106)

Soil 
(S)

GL-mo 46 ab 467 a 242 a 637 a 67 b 2 d 371 a 371 a
CM-eu 12 c 255 b 111 b 402 bc 62 b 4 cd 294 b 224 c
FL-ca 40 b 325 b 153 b 500 b 85 a 7 bc 389 a 283 bc
CH-gl 60 a 149 c 90 b 327 c 29 c 11 b 156 c 302 ab
CH-ha 54 ab 137 c 117 b 361 c 35 c 19 a 160 c 256 bc

Bio-
char
(B)

0% 38 b 270 ab 172 a 454 a 75 a 6 b 270 a 250 b
0.5% 36 b 271 ab 162 a 430 a 45 b 12 a 255 a 247 b
1% 42 ab 254 ab 125 a 428 a 50 b 12 a 295 a 373 a
2% 39 ab 313 a 152 a 475 a 52 b 6 b 304 a 336 a
3% 57 a 225 b 100 a 439 a 56 b 7 b 247 a 229 b

P
S 0.000 0.000 0.000 0.000 0.000 0.000 0.000 0.000
B 0.019 0.052 0.076 0.689 0.000 0.000 0.124 0.000

S × B 0.012 0.000 0.008 0.004 0.000 0.011 0.000 0.000

Values are the means of 4 replicates. Values in a row with different letters are statistically 
different (P < 0.05), according to Tukey’s HSD test. GL-mo: Mollic Gleysol, CM-eu: Eutric 
Cambisol, FL-ca: Calcaric Fluvisol, CH-gl: Gleyic Chernozem, CH-ha: Haplic Chernozem. 
AZB: azotobacters, TNM: total microbial number, AMN: ammonifiers, NFB: N2-fixers, 
FNG: fungi, ACT: actinomycetes, OB: oligotrophs, CB: copiotrophs.

Our results are similar to those reported by Hu et al. (2014) who found 12%, 
30%, 37% higher bacterial diversity, and 17%, 40%, 23% lower fungal diversity 
in biochar amended soil. Similarly, biochar application to a calcareous soil caused 
an increase in soil C content, soil respiration rates and bacterial populations 
(Ippolito et al., 2014). Prayogo et al. (2014) observed that the amount of bacterial 
biomass was increased by BSA, providing evidence of stimulated abundance 
of Gram-negative bacteria and actinobacteria. Anderson et al. (2011) discovered 
that BSA had a positive influence on the abundance of bacterial families involved 
in nitrate denitrification, while organisms involved in nitrification were less 
abundant.
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AMN participate in the processes of decomposition and transformation 
of organic nitrogen compounds in the soil, while NFB have the ability to reduce 
atmospheric nitrogen, transform it into plant-available forms, and thus enrich 
the soil with this important element. CB and OB were selected to determine 
bacterial response to alteration in C availability. As active decomposers of 
organic matter, ACT and FNG are included in the cycle of C, N, P, and other 
nutrients. Positive effects on the analyzed chemical and microbial properties 
revealed that BSA could potentially affect soil C and N cycling in the examined 
agricultural soils. Although it is accepted that most of the biochar-C is largely 
unavailable to microbes (Thies and Rillig, 2009; Farrell et al., 2013), it is clear 
that BSA can have positive influence on microbial community structure and soil 
fertility (Sun et al., 2013; Gul et al., 2015), which was confirmed by this research. 

CONCLUSION

The examined soil properties were significantly influenced by soil type 
and interaction of experimental factors. Biochar amendment significantly af-
fected the contents of calcium carbonate, total nitrogen, total and soil organic 
carbon, humus, potassium, as well as the number of azotobacters, fungi, actino-
mycetes and copiotrophic bacteria of tested soils. This was the first experiment 
examining biochar implementation in Serbia, in the continental ecological 
conditions of Vojvodina Province, and presents the preliminary results of its 
effect on the chemical and microbial properties of agricultural soils. Further 
research will include testing the effect of biochar application in field conditions, 
on a range of crop species and soil types. In addition to soil properties, it will 
be necessary to establish the effect of biochar application on yield components 
and quality of agricultural products. 

ACKNOWLEDGEMENTS

This study is a part of the TR31072 project supported by the Ministry of 
Education, Science and Technological Development of Republic of Serbia.

REFERENCES

Anderson CR, Condron LM, Clough TJ, Fiers M, Stewart A, Hill RH, Sherlock RR (2011): Biochar 
induced soil microbial community change: Implications for biogeochemical cycling of carbon, 
nitrogen and phosphorus. Pedobiologia 54: 309–320. 

Brassard P, Godbouat S, Raghavan V (2016): Soil biochar amendment as a climate change mitigation 
tool: Key parameters and mechanisms involved. J. Environ. Manage. 181: 484–497. 

Castaldi S, Riondino M, Baronti S, Esposito FR, Marzaioli R, Rutigliano FA, Vaccari FP, Miglieta 
F (2011): Impact of biochar application to a Mediterranean wheat crop on soil microbial activity 
and greenhouse gas fluxes. Chemosphere 85: 1464–1471.



Chen J, Liu X, Zheng J, Zhang B, Lu H, Chi Z, Pan G, Li L, Zheng J, Zhang X, Wang J, Yu X (2013): 
Biochar soil amendment increased bacterial but decreased fungal gene abundance with shifts 
in community structure in a slightly acid rice paddy from Southwest China. Appl. Soil Ecol. 71: 
33–44.

Coleman DC (2011): Understanding soil processes: one of the last frontiers in biological and eco-
logical research. Australas. Plant Path. 40: 207–214.

Falkowski PG, Fenchel T, Delong EF (2008): The microbial engines that drive Earth’s biogeochem-
ical cycles. Science 320: 1034–1039.

Farrell M, Kuhn TK, Macdonald LM, Maddern TM, Murphy DV, Hall PA, Singh BP, Baumann K, 
Krull ES, Baldock JA (2013): Microbial utilisation of biochar derived carbon. Sci. Total Environ. 
465: 288–297.

Gul S, Whalen JK, Thomas BW, Sachdeva V, Deng H (2015): Physico-chemical properties and mi-
crobial responses in biochar-amended soils: Mechanisms and future directions. Agric. Ecosys. 
Environ. 206: 46–59.

Hu L, Cao L, Zhang R (2014): Bacterial and fungal taxon changes in soil microbial community 
composition induced by short-term biochar amendment in red oxidized loam soil. World J. 
Microbiol. Biotechnol. 30: 1085–1092.

Ippolito JA, Stromberger ME, Lentz RD, Dungan RS (2014): Hardwood biochar influences calcareous 
soil physicochemical and microbiological status. J. Environ. Qual. 43: 681–689.

IUSS Working Group WRB. (2014): World Reference Base for Soil Resources 2014. International 
Soil Classification System for Naming Soils and Creating Legends for Soil Maps. World Soil 
Resources Reports No. 106. Rome: FAO.

Jeffery S, Verheijen F, Van Der Velde M, Bastos A (2011): A quantitative review of the effects of 
biochar application to soils on crop productivity using meta-analysis. Agric. Ecosys. Environ. 
144: 175–187.

Lehmann J, Joseph S (2009): Biochar for environmental management: an introduction. In: Lehmann 
J, Joseph S (eds.), Biochar for environmental management, science and technology, London: 
Earthscan, 1–12. 

Liang C, Balser TC (2011): Microbial production of recalcitrant organic matter in global soils: im-
plications for productivity and climate policy. Nat. Rev. Microbiol. 9: 75.

Liao N, Li Q, Zhang W, Zhou G, Ma L, Min W, Ye J, Hou Z (2016): Effects of biochar on soil microbial 
community composition and activity in drip-irrigated desert soil. Eur. J. Soil Biol. 72: 27–34. 

Muhammad N, Dai Z, Xiao K, Meng J, Brookes PC, Liu X, Wang H, Wu J, Xu J (2014): Changes in 
microbial community structure due to biochars generated from different feedstocks and their 
relationships with soil chemical properties. Geoderma 226: 270–278.

Prayogo C, Jones JE, Baeyens J, Bending GD (2014): Impact of biochar on mineralisation of C and 
N from soil and willow litter and its relationship with microbial community biomass and 
structure. Biol. Fert. Soils 50: 695–702.

Quilliam RS, Glanville HC, Wade SC, Jones DL (2013): Life in the ‘charosphere’ – does biochar in 
agricultural soil provide a significant habitat for microorganisms? Soil Biol. Biochem. 65: 
287–293.

Sohi SP, Krull E, Lopez-Capel E, Bol R (2009): A review of biochar and its use and function in soil. 
Adv. Agron. 105: 47–82.

Sun D, Meng J, Chen W (2013): Effects of abiotic components induced by biochar on microbial com-
munities. Acta Agric. Scan. Sec. B 63: 633–641.

Šeremešić S, Đalović I, Milošev D, Jocković Đ, Pejić B (2013): Maize (Zea mays L.) yield stability 
dependence on crop rotation, fertilization and climatic conditions in a long-term experiment 
on Haplic Chernozem. Zemdirbyste 100: 137–142.

Vedove G, De Neve S (2014): C mineralization and microbial activity in four biochar field experiments 
several years after incorporation. Soil Biol. Biochem. 78: 195–203.



69

ПРОМЕНЕ ХЕМИЈСКИХ И МИКРОБИОЛОШКИХ СВОЈСТАВА  
НАКОН ПРИМЕНЕ БИОУГЉА НА РАЗЛИЧИТЕ ТИПОВЕ  

ОБРАДИВОГ ЗЕМЉИШТА

Милорад С. ЖИВАНОВ1, Срђан И. ШЕРЕМЕШИЋ2, 
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РЕЗИМЕ: Циљ oвих истраживања био је да се процени утицај биоугља, као 
оплемењивача земљишта на хемијска и микробиолошка својства на различитим 
типовима пољопривредног земљишта у Војводини. Краткорочни експеримент у 
судовима састојао се од пет доза примене биоугља (0, 0.5, 1, 2 и 3%) и пет различи
тих типова земљишта (ритска црница, еутрични камбисол, алувијално земљиште, 
чернозем на алувијалном наносу и чернозем на лесној тераси), где су у две про-
изводне године гајени озима пшеница и сунцокрет. На испитивана хемијска и 
микробиолошка својства значајно су утицали тип земљишта и интеракција експе
рименталних фактора. Уочен је значајан утицај биоугља на садржај калцијум-кар
боната (CaCO3), укупног азота (N), укупног угљеника (C), органског угљеника 
(SOC), хумуса и калијума (К) у испитиваном земљишту. Биоугаљ је такође значај
но утицао на број азотобактера (АZB), гљива (FNG), актиномицета (ACT) и копио
трофних бактерија (CB). Ефекат биоугља варирао је у зависности од примењене 
дозе, са вишим вредностима испитиваних хемијских и микробиолошких параме
тара при вишим дозама примене. Да би се утврдила његова ефикасност, као опле
мењивача земљишта и унапређења пољопривредне производње у Србији, потребно 
је урадити још истраживања са коришћењем биоугља на земљиштима лошијих 
производних својстава.

КЉУЧНЕ РЕЧИ: азот, биоугаљ, бројност микроорганизама, тип земљишта, 
угљеник, хумус
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MAINTENANCE OF SOIL FERTILITY ON  
ORGANIC FARM BY MODELING OF CROP ROTATION  

WITH PARTICIPATION ALFALFA

ABSTRACT: The aim of this paper is to maintain soil fertility on an organic farm 
without livestock production by using alfalfa green biomass. The research was carried out 
on the farm of Mokrin PP company, by modeling and sizing of crop rotation with alfalfa 
(Medicago sativa L.) on the non-carbonate humoglay. To ensure a cost-effective technical 
solution, alfalfa seed production was organized. In the autumn of 2015 alfalfa sowing was 
carried out in a field of 5 ha. Green biomass of the first and third cuttings, as well as crop residue 
after harvesting of seeds in the second cutting, were mowed and chopped by harvester for 
low silage and stored in the silage-pit. After nine months, a mature alfalfa compost was 
obtained with optimum values of total nitrogen (5.04%), organic matter (42.56%), C/N, pH, 
humidity, and EC.

Two-year alfalfa utilization is the recommended time in this research because to the 
following benefits: in crop rotation, alfalfa field is provided with nitrogen by symbiotic ni-
trogen fixation and the alfalfa is cultivated every five years in the same field, while in the 
middle of that period the field is fertilized with compost produced on the farm. The amount 
of compost obtained by crop rotation (2016 – 48.80 t; 2017 – 62.30 t) is enough for about 
20% of the arable area per year. Thus, the fields are fertilized every fourth year with 10 t 
ha-1 of compost. Thanks to alfalfa biomass and seed and also nitrogen fixation, maintaining 
soil fertility is resolved in a sustainable and natural way.

KEYWORDS: alfalfa, composting, fertility, organic production
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INTRODUCTION

Organic production of food is based on ecological practice, a high degree 
of biodiversity, and the conservation of natural resources. Council Regulation 
(EC) no. 834/2007 from 28 June 2007, especially points out the rational use of 
soil, water, and soil organic matter, by application of procedures that are not 
harmful to them. The plant nutrition should be provided through the ecosystem 
of the soil, and not by using soluble fertilizers that would be added to it. The 
fertility and biological activity of the soil is maintained and increased by the 
practice of wider crop rotation, with a greater share of legumes and the introduc-
tion of cover crops (Ugrenović and Filipović, 2017), using composted organic 
fertilizers originating from livestock production or farm waste. Particular 
emphasis is placed on the importance of livestock production for organic agri-
cultural holdings since they provide them with the necessary organic matter 
for cultivated land. However, there are only forty producers in organic livestock 
production in Serbia (DNRL 2016). Bearing in mind the ban on the use of syn-
thetic mineral fertilizers, and the application of commercial certified fertilizers 
for organic production is often not economically justified, a small volume of 
organic livestock production undermines the sustainability of total organic 
production, especially when it comes to maintaining of soil fertility. An impor-
tant principle of organic production is the preservation and improvement of 
biodiversity. The intensification of agriculture in the last decades has severely 
affected biodiversity (Ugrenović et al., 2012), and the inappropriate use of 
synthetic agrochemicals has also caused land biodiversity loss.

A large number of researchers have considered the maintenance of soil 
fertility and crop-rotation in organic production in the world (Watson et al., 2008; 
Mohler & Johnson, 2009; Altieri, 2015; Jat et al., 2015; Wande, 2015). The 
obtained results can only be partially applied in the organic production of 
Serbia, since the agro-ecological, technical, technological, and social conditions 
are significantly different. Attention has not been paid yet to the maintaining 
of the soil fertility on organic manors without animal husbandry by modelling 
crop relation with the use lucerne (Medicago sativa L.). Compost from biomass 
of alfalfa has not been produced so far. Research of Ćupina et al. (2017) deals 
with the topic of annual cover crops and the nitrogen budget. Several transparent 
works are available (Ćupina et al., 2004, 2004a, Čuvardić, 2006, Ugrenović and 
Filipović, 2017) and additional researches with various commercial, certified 
organic fertilizers and soil cultivators (Filipović et al., 2012; Bogdanović et al., 
2013; Popović et al., 2014; 2019; Dozet et al., 2017).

Organic production is controlled, and the Law on Organic Production 
(Official Gazette of the Republic of Serbia, 30/2010) for the maintenance of 
soil fertility, application of wider crop rotation and preservation of biodiver-
sity, particularly defines the criteria that the organic producer must fulfill in 
the process of control and certification. In this sense, the proposed technical 
solution aims to address the issue of soil fertility maintenance on organic farms 
that do not have livestock production, modeling an optimally sized crop rotation, 
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with the participation of alfalfa (Medicago sativa L.), which should: 1) provide 
biomass for composting to produce sufficient quantity of quality compost on 
the farm, 2) provide symbiotic nitrogen fixation of soil with nitrogen for future 
crops in crop rotation, 3) protect and improve soil biodiversity by increasing 
the number of useful microorganisms, 4) obtain the primary product, interesting 
for the processing industry and the market. All this should be modeled in a way 
that does not increase production costs.

MATERIAL AND METHOD 

The proposed technical solution was studied on 25 ha of Agricultural 
enterprise Mokrin doo production areas (N 45˚ 57ʼ 1213”, E 20˚ 22ʼ 3830”) in 
the system of organic production, on the non-carbonate humoglay soil. To solve 
the soil fertility issue on organic farms with no livestock production, there was 
modeled and sized a five-field crop rotation, with a share of alfalfa (20%), millet 
(Panicum miliaceum L.) 20%, spelt (Triticum spelta L.) 20%, sunflower (Heli­
anthus annuus L.) 20%, and oats (Avena sativa L.) 20% (Scheme 1). The goal 
of using alfalfa was to provide biomass for the production of compost in crop 
rotation for the maintenance of soil fertility. To ensure economic viability in such 
circumstances, the production of alfalfa seed is organized. At the end of 2015, 
on the surface of 5 ha, on which the pre-sowing crop was wheat, conservation 
treatment of the soil by both full-scale shallow cultivation and deep cultivation 
in one single pass was performed by Vaderstad-Top Down 300S (30 cm depth). 
Then, on 8 September, alfalfa (Banat VS variety) was sown by Vaderstad-Rapid 
400 C sower, at a row distance of 12.5 cm, to a depth of 2–2.5 cm, with 16 kg ha-1 

of seed. For the next two years (2016, 2017) when the crop of the first and third 
branches was in the phase of forming the flower buds until the beginning of 
flowering, the over-ground biomass was harvested with silorator for low silage, 
cut and stored in the silage holes on the farm in Mokrin. In the second cutting 
in both years, when most of the pods in alfalfa crop received a dark color, two-
phase harvesting of seeds was done. Herbal residues after threshing were also 
utilized for composting. In the autumn of 2017, the crop was partially destroyed 
by soil cultivation. During the vegetation period of alfalfa, phenological observa-
tions were carried out: sprouting, intense growth, flowering, butonization, and 
maturation. During transportation, measurements of the amount of green biomass 
and recalculation of yield (t ha-1) were carried out.

Process of preparation of alfalfa compost – Produced green biomass of the 
first and third cutting of alfalfa and dried mass of plant residues after alfalfa 
seed harvesting was used for composting. This mass is stored in the Power 
Plant PP Mokrin. To accelerate the degradation process, the microbial preparation 
Ecovital (2.0 l / 10 t-1) was used. During the production, care measures were carried 
out permanently: mixing, watering, and covering of the compost pile, and for their 
timely implementation, measurements of temperature and humidity preservation.
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Scheme 1. The model of crop rotation with the participation of alfalfa on an organic farm
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The mixing was done on several occasions with loader, depending on the 
state of the humidity of the compost pile, to ensure the access of a sufficient 
amount of oxygen. Water was added as needed to maintain the humidity of the 
compost heap at about 65%. After nine months, a mature compost was obtained, 
which was measured during transport to calculate the yield (t ha-1).

Methods of performed analyzes – After the plowing of alfalfa in autumn 
2017, sampling was carried out in the spring next year to determine the basic 
fertility parameters of the soil: total nitrogen and carbon (CNS Elemental 
Analyzer Varian EL III), humus (calculation from organic carbon – CNS An-
alyzer), pH of the soil values (in H2O and KCl, potentiometric), and readily 
available-accessed potassium (K2O) and phosphorus (P2O5) by the Egner and 
Riehm Al methods (Egner et al., 1960). Microelements in the compost are deter-
mined by extraction using aqua regia. Also, sampling and analyses were done 
to determine the microbiological activity of the soil and compost.

 The total number of microorganisms was determined by the plate count 
method on the agarized soil extract, the number of fungi on the Chapek medium, 
Actinomycetes on the medium according to Krasiljnikov, and oligonitrophiles 
on the Fyodorov medium. The other two groups of microorganisms Ammonifiers 
and Azotobacter spp. were determined by the most probable number (MPN) 
method in the liquid medium with asparagines or mannitol, respectively (Sarić, 
1989; SRPS ISO 11465:2 002). 

Soil respiration was determined by laboratory incubation with constant 
temperature and moisture. The respired carbon dioxide was trapped in the 
NaOH, and the remaining amount of OH- ions was back-titrated with the solu-
tion of HCl. The amount of released CO2 during the incubation period was 
calculated (Horwath et al., 1996). The presence and the most probable number 
(MPN) of bacterial species S. meliloti in the soil were determined by the indirect 
method „plant infection count“ (Vincent, 1970). The results were statistically 
analyzed by the variance analysis method (ANOVA), and the level of difference 
significance was tested with the LSD test, at the level P < 0.05 (COSTAT program). 
To perform the analysis, benefits, costs, and variable costs were monitored.

RESULTS AND DISCUSSION

Production of biomass for composting, to produce sufficient quantity of 
quality compost on the farm – Total yield of alfalfa green biomass in 2016 was 
16.40 t ha-1 (Table 1), the weight of plant residues after threshing alfalfa seeds 
was 2.40 t ha-1, and the amount of compost obtained was 9.76 t ha-1. In the 
second year of production (2017), the total yield of green biomass was 25.07 t 
ha-1, the mass of plant residues after threshing of seed was 3.11 t ha-1, and 12.46 
t ha-1 of compost was obtained. The total quantity of compost produced in 2016 
was 48.80 t, and in 2017 it was 62.30 t.
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Table 1. The yield of the biomass of alfalfa for composting and the amount of obtained 
compost

The first and third cutting Second cutting
Amount of compost

(t hа-1) / total (t)
Green biomass

(t hа-1)
Biomass of residuals after 

threshing seed (t hа-1)
2016 16.4 2.40 9.76 / 48.80
2017 25.0 3.11 12.46 / 62.30

The average value of the C/N ratio of the produced alfalfa compost is 8.51 
(Table 2). The ratio of C/N at the formation of the compost heap and start of the 
aerobic process should be 40:1 optimally, and finally after ripening 10 (12): 1, 
indicating somewhat lower efficiency of the produced compost in fertilizing, but 
its excellent characteristics in terms of physical properties. Values: humidity, 
pH, and EC are optimal. According to the measured content of total nitrogen 
(5.04%), alfalfa compost is well supplied with nitrogen, and the content of 
organic matter is 42.56%.

Table 2. Agrochemical properties of alfalfa compost

C/N
Mois-
ture
%

EC
mS/cm2

g/l

pH Organic matter Content of readily 
– available

NH4
mg/kg

NO3
mg/kg

NH4+NO3
mg/kg

in 
KCL

in 
H2O

C% N% (Оrg.C) 
%

P2O5
mg/100 g

K2O
mg/100 g

8.51 61.13 7.97
3.99 6.61 7.33 38.04 5.04 42.56 1.40 4.11 46.7 1437.3 1484

The total microflora in the alfalfa compost was represented in a significant 
number (65.22x106 microorganisms per gram of dry compost) (Table 3) indicat-
ing intense microbiological activity. The determined number of fungus 
(98.44x104) indicates a high content of organic matter and optimal substrate 
moisture, which confirms the good quality of the compost obtained. Also, the 
number of Actinomycetes (2.43x104) was significant. The presence of Azoto­
bacter as a fertility indicator confirms the good water-air properties of compost, 
and the presence of amonifiers (7.97x105) the significant presence of nitroge-
nous organic compounds. The content of heavy metals was within the bound-
aries of the MAC (Official Gazette of RS, No. 23/94) (Table 4).

Table 3. Number of microorganisms in alfalfa compost

Total number of 
microorganisms

(x106)

Number of 
fungi
(x104)

Number of 
Actinomycetes

(x104)

Number of 
Azotobacter

(MPN)*

Number of 
amonifiers

(x105) 
Number of microorganisms/g in dry compost

5.22 98.44 2.44 25.00 7.97
* MPN – the most likely number from Mec Credy table.
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Table 4. Content of microelements in alfalfa compost

As Cd Co Cr Cu Mn Ni Pb Zn Fe
mg/kg %

1.48 0.22 2.29 17.42 31.89 228.5 12.75 3.7 77.63 4.70

According to the recommendation of the Bundesgütegemeinschaft Kom-
post e.V. (2004), for the production of most arable crops, 10 to 15 t ha-1 of compost 
is applied during autumn fertilization. The amount of compost obtained by 
modeling the crop rotation on the Mokrin estate (Table 1) is sufficient for about 
20% of the area of the field, on an annual basis. Thus, every fourth year, they 
were fertilized with about 10 t ha-1 of compost, excluding the predicted 20% of 
the area for establishing the alfalfa, so that the fertility of the soil is maintained 
in a natural way.

Providing nitrogen for future crops in the crop rotation – Total N in the 
soil after two years of planting alfalfa was 0.25% (Table 5), which is higher than 
the control plot (0.22%). This clearly demonstrated the significant influence 
of alfalfa on the provision of nitrogen in the soil. The obtained results confirm 
a large number of S. meliloti (1.78x104 g-1 absolutely dry soil) in the soil after 
2 years of growing alfalfa, which is significantly higher than in the control soil 
(2.00x102 g-1 absolutely dry soil). This confirms the well-known fact that alfalfa 
as a host plant positively influences the number of S. meliloti (Delić et al., 2016), 
and thus the establishment of an ecological and economically significant process 
of symbiotic nitrogen fixation (Delić, 2014).

Table 5. Chemical properties of soil after two years of cultivating alfalfa, on non-carbonate, 
marsh dark soil

Parameters  pH Humus
 %

 Min. N
 mg/kg

Total
 N %

 P2O5
 mg/100 g

 K2O
 mg/100 gTreatment in KCL  in H2O

Alfalfa field  6.0  6.7 4.36 a  22.16 a 0.25 a  13.76 a  19.07 a
Control  6.1  7.3 3.59 b  11.08 a 0.22 b  15.16 a  20.66 a
LSD 0.05 0.730  14.26 ns 0.023  4.13 ns  2.23 ns

The mean values ​​indicated by the same letter within one column do not differ significantly 
(p < 0.05); ns ‒ not statistically significant

Protecting and improving biodiversity by increasing the number of useful 
microorganisms in the soil – After two years of alfalfa cultivation, the total 
number of microorganisms (18.22x106 g-1 absolutely dry soil) was higher than 
the control plot (16.22x106 g-1 absolutely dry soil) (Table 6). These results are 
in correlation with the intensity of respiration, which was twice as high in the 
soil on which alfalfa was grown. The number of fungi was also significantly 
higher after the production of alfalfa (22.00x104 g-1) compared to the control 
(12.22x104 g-1), and their role in the synthesis of humus was confirmed, since 
there was significantly more humus, after plowing the alfalfa field.
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Although the number of ammonifiers did not change significantly, the role 
of alfalfa in increasing fertility of the soil indicates a significant number of 
Azotobacter, which was eight times higher than in the control land. Alfalfa also 
significantly influenced the increase in the number of bacteria S. meliloti 
(178x102 g-1) compared to the control (2x102 g-1). Results of the total number of 
microflora, ammonifiers, fungi, and Azotobacter sp. indicate a positive effect 
of alfalfa on biodiversity and the activity of microorganisms in the soil.

Table 6. Microbiological properties of soil after two years of cultivating alfalfa on non-
-carbonate marsh dark soil 

Parameters Total 
microflora
 (x106/g)

 Fungi
(x104/g)

Azotobacter 
number 
/g MPN

Ammonifiers 
(x105) MPN*

Sinorhizobium
 meliloti

(x102) MPN

Respiration
(mg CO2/kg 

of soil /7 days)Treatment
Alfalfa field  18.22 a 22.00 a 316.66 a 3.16 a  178 a 733.35 a
Control  16.22 a 12.22 b  41.33 b  3.83 a  2b  476.16 b
LSD 0.05  18.78 ns  9.41  200.24  2.62 ns  195  256.98

The mean values ​​indicated by the same letter within one column do not differ signifi-
cantly (p <0.05); ns ‒ not statistically significant; * MPN ‒ the most likely number

Alfalfa seed ‒ a product, interesting for the processing industry and the 
market – Average annual level of alfalfa production in Serbia is 104,584.7 
hectares (Stat. Year Book of Serbia, 2015), and as its production requires the 
use of quality declared seed, the need for it on the market is large. On the 
other hand, by cultivating alfalfa seed in primary production conditions, it is 
possible to generate higher income per unit area (Karagić et al., 2006). In the 
first year the total yield of produced natural seed was 1.95 t (0.39 t ha-1), and in 
the second 3.15 t (0.63 t ha-1). In the analyzed two-year period (2016 and 2017) 
in the production of alfalfa seed together with compost production, a favorable 
gross financial result was achieved (64,050.00 RSD ha-1 in 2016 and 112,020.00 
RSD ha-1 in 2017) (Table 7). In other words, sufficient resources have been made 
to cover fixed costs, and the achieved profitability ensures the sustainability of 
the proposed technology. 

The essence of the technical solution is in solving the issue of maintaining 
the fertility of the soil on an organic farm without livestock production, modeling 
and dimensioning of rotating the crops on five fields with the participation of 
alfalfa. The yields of alfalfa can reach 52 t ha-1 of green biomass, i.e. 12.6 t ha-1 of 
dry matter per year (Katić et al., 2011). By implementing the proposed technical 
solution a part of this biomass was used for the production of compost, to maintain 
the fertility of the soil on the farm, and this is precisely the innovation because 
alfalfa compost has not been produced in Serbia so far. To ensure economic 
sustainability, the production of seeds of alfalfa was realized, with very good 
economic indicators (Pajić and Marković, 2016). In this sense, the first and 
third cuttings were used to provide biomass for the production of compost, and 
the second for the production of seeds.
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Table 7. Analytical calculation based on variable costs in the production of alfalfa seed 
and alfalfa compost

Description
Year

2016. 2017.
Production value (RSD/hа-1)* 135,160.00 167,560.00
Quantity of natural seed (kg ha-1) 390.00 630.00
Price of natural seed (RSD hа-1) 324.00 252.00
Compost quantity (t ha-1)** 9.76 12.46
Incentives (RSD ha-1) 8,800.00 8,800.00
Variable production costs (RSD ha-1) 71,110.00 55,540.00
Basic material: 8,800.00 1,800.00
Seed 7,200.00 –
Microbiological preparation 1,500.00 1,800.00
Costs of work utilizing mechanization and operator***: 54,310.00 45,740.00
Plowing  7,950.00 –
Seedbed tilling  2,570.00 –
Sowing  2,460.00 –
Smashing biomass with combines (x2)  13,140.00  13,140.00 
Threshing of seed  10,360.00  10,360.00 
Transport 8,330.00 12,740.00
Compost mixing with loader (x2) 9,500.00 9,500.00
Certification costs 8,000.00 8,000.00
Certification costs 8,000.00 8,000.00
Gross financial result (RSD ha-1) 64,050.00 112,020.00
* Gross financial result (RSD ha-1). ** The compost value was not assessed. *** Based on 
the price list of the Cooperative Association of Vojvodina (2017)

According to this new technology, it is recommended that the exploitation 
time of the alfalfa crop should be two years. This is an advantage for farmers 
because, thanks to symbiotic nitrogen fixation, the entire surface in a crop 
rotation can be provided with nitrogen more efficiently since the accumulation 
of nitrogen by this process in the soil in later years of alfalfa crop decreases. 
In this way, in crop rotation, alfalfa returns to the same field every fifth year 
and in the middle of the period, organic fertilizer produced on the farm is ap-
plied. Thanks to the production of alfalfa seed economic viability is assured, 
in addition to the maintenance of soil fertility in a sustainable and natural way.

CONCLUSION

The proposed new technology recommends the use of alfalfa for two years. 
In that way, the cultivated soil could be sufficiently provided with nitrogen under 
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proposed crop rotation, by symbiotic nitrogen fixation. In the five-year crop 
rotation, alfalfa returns to the same field every five years, while in between the 
soil receives nutrients from composted alfalfa. This technology is precisely the 
innovation because such compost has not been produced in Serbia so far. The 
quantity of alfalfa compost obtained by designing the crop rotation with alfalfa 
on an organic farm in Mokrin is enough for about 20% of the arable land, on 
an annual level, and with which every fourth year they fertilize it with about 
10 t ha-1 of compost. Results of the total number of microflora, ammonifiers, 
fungus, and Azotobacter sp. indicate a positive effect of alfalfa on biodiversity 
and the activity of microorganisms in the soil.

Thanks to the production of alfalfa seed that provides economic sustain-
ability, the proposed technology for maintaining soil fertility is done in a sus-
tainable and natural way. 
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РЕЗИМЕ: У органској производњи се истиче значај сточарске производње, 
јер она обезбеђује неопходне органске материје за обрађено земљиште. Међутим 
у Србији се органска сточарска производња одвија код свега четрдесет произвођача 
што доводи у питање одрживост овог система пољопривредне производње. Циљ 
техничког решења је одржавање плодности земљиштa на органском газдинству које 
нема сточарску производњу. Истраживање је спроведено на имању ПП „Мокрин”, 
на површини од 25 hа, моделирањем и димензионирањем плодореда са учешћем 
луцерке, на бескарбонатној ритској црници. Како би се обезбедила економска 
одрживост организована је производња семена луцерке, a сeтвa је обављена у јесен 
2015. године на 5 hа. Зеленa биомасa првог и трећег откоса, као и просушенa био-
масa после бербе семена, кошене су и сецкане комбајном за ниску силажу и скла-
диштене у сило јаме. После девет месеци добијен је зрео луцеркин компост, добро 
обезбеђен азотом (укупан aзoт 5,04%), органском материјом (42,56%) и оптималних 
вредности: C/N, pH, влажности и EC.

Искоришћавање луцерке од две године је препоручено време у овом истра-
живању. Тиме се цела површина у плодосмени симбиотском азотофиксацијом 
брже обезбеђује азотом, луцерка се на исту њиву враћа сваке пете године, а на 
половини тог периода њива се ђубри компостом произведеним на имању. Коли-
чина компоста добијена моделирањем плодореда у Мокрину (2016. год. 48,80 t, 
а 2017. год. 62,30 t), довољна је за око 20% површина њива, на годишњем нивоу. 
Taкo се оне у плодосмени, сваке 4 године ђубри са 10 t ha-1 компоста. Захваљујући 
производњи семена луцерке, која обезбеђује економску одрживост, предложеном 
технологијом одржавање плодности земљишта решава се на одржив и природан 
начин.

КЉУЧНЕ РЕЧИ: луцерка, компостирање, органска производња, плодност 
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DOUGLAS FIR IMPACT ON THE DYNAMICS  
AND COMPOSITION OF HUMUS IN THE SOIL OF  

INDIGENOUS BEECH FOREST IN WESTERN SERBIA

ABSTRACT: This study investigates the impact of organic matter from Douglas fir 
(Pseudotsuga menziesii [Mirb.] Franco) on the amount and composition of humus in acid 
brown soil in a climatoregional beech forest (Fagetum moesiacae montanum B. Jov. 1967 s.l.) 
on Mt. Maljen. To accomplish this objective, we performed a one-year litterbag decomposition 
experiment with litterfall from Fagus moesiaca and Pseudotsuga menziesii. The quantitative 
and qualitative content of humus and the intensity of the decomposition process of organic mat-
ter from beech and Douglas fir were analysed. Less humus was found during the experiment 
under Douglas fir than under autochthonous beech at the control site, as well as a decreasing 
trend for humus levels and quality (unfavourable chemical composition). It was concluded that 
these changes, caused by the effects of the clearcutting of beech and, in the future, of Douglas 
fir, and the slower decomposition of organic matter from Douglas fir will contribute to 
further degradation of the beech habitat on Mt. Maljen in terms of productivity.

KEYWORDS: soil organic matter, Fagus moesiaca, Pseudotsuga menziesii plantation, 
silviculture, humus content, humic and fulvic acids, litter decomposition, litterbag experiment

INTRODUCTION

Organic matter is of primary importance to the sustainability of long-term 
site productivity in forest ecosystems (Prescott et al., 2000). However, it influ-
ences several critical soil functions and is affected by land management prac-
tices. Soil organic matter content is a function of organic matter inputs (residues 
and roots – plant litter) and litter decomposition (Bot and Benites, 2005). Even 
though these processes are related to moisture, temperature, aeration and the 
physical and chemical properties of the soils, as well as soil macrofauna activity, 
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leaching by water and humus stabilisation (organomineral complexes and 
aggregates), the primary factor in these processes is the amount and quality of 
litter from woody species. For this reason, tree species substitution affects the 
quality and quantity of annual organic matter stock, as well as the decomposition 
rate, and can thus have a considerable impact on the modification of the physical 
and chemical characteristics of soil and on the processes in the soil (Pavlović 
et al., 1998; Albers et al., 2004; Moukoumi et al., 2006; Kostić et al., 2012, 2016). 
Hence, the amount of organic matter and its dynamics have become a focus of 
research (Augusto et al., 2002; Moukoumi et al., 2006; Bonifacio et al., 2008; 
Kostić et al., 2012, 2016).

The decomposition of organic matter is essential for the short-term avail-
ability of nutrients for tree growth and long-term site fertility due to humus 
formation (Prescott et al., 2000). Vegetation type is considered to be one of the 
main parameters affecting differences in the decomposition process. It has 
been established that litter from broadleaf forest species decomposes more 
quickly and leads to mull humus formation, while coniferous species decompose 
more slowly and form mor or moder humus (Binkley, 1995; Rovira and Vallejo, 
2002; Pavlović et al., 1998a, b). This slower decomposition in coniferous forests 
results in the accumulation of forest litter, and thus of nutrients in insoluble 
forms (Vogt et al., 1986; Raulund-Rasmussen and Vejre, 1995). Over time, this 
can reduce the supply of available nutrients to plants, having a negative impact 
on habitat productivity thereby. 

Humic acids are the most significant part of humus. They affect soil 
structure, participate in the transfer of micronutrients from soil to plants, im-
prove water retention, increase seed germination and stimulate the development 
of microflora populations in soil, respiration and photosynthesis (Nardi et al., 
2002; Chen et al., 2004; Velasco et al., 2004; Pena-Mendez et al., 2005). Humic 
acids also decelerate the evaporation of water from soil. This is of particular 
importance in soils containing only a low proportion of clay and sandy soils, 
which do not have the capacity to retain water. Fulvic acids, which behave like 
strong organic acids due to their acidity, act destructively on soil minerals. In 
addition, these acids can cause soil podzolisation as they form complex com-
pounds with sesquioxides, which translocate from the surface layers of soil 
and accumulate in the B horizon (Riise et al., 2000). For example, planting 
spruce trees on acid brown soil intensifies the processes of podzolisation 
(Nielsen et al., 1999).

Due to the ever-increasing needs of society for wood, large areas of Eu-
ropean broadleaf forests are being replaced by fast-growing coniferous cultures. 
This is also true for Serbia, where the high number of coppice and degraded 
forests meant the production potential of the habitat could not be exploited, 
resulting in the mass introduction of coniferous species, especially in low and 
degraded beech forests. Either translocated autochthonous species like Norway 
spruce were used or allochthonous species like Douglas fir (Pseudotsuga menziesii 
[Mirb.] Franco) (Kostić et al., 2012, 2016) and Pinus strobus L. (Pavlović et al., 
1997; Pavlović, 1992). Research has shown the impact of anthropogenic activities 
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in forest ecosystems on the quantitative and qualitative dynamics of humus 
(particularly humins, humic and fulvic acids) and the dynamics of organic 
matter (Wollum Schubert, 1975; Piene and VanClave, 1978; Vesterdal et al., 
1995; Pavlović et al., 1997; Ussiri and Johnson, 2001; Kawahigashi and Sumida, 
2006). 

This study was part of wider ecological research aimed at investigating the 
impact of conifer cultures on pedogenesis and soil properties in a climatoregional 
zone of autochthonous montane beech forests. Alongside an experiment designed 
to determine the decomposition process model of organic matter from beech 
(Fagus moesiaca [Domin, Maly] Czeczott) and Douglas fir (Pseudotsuga menziesii 
[Mirb.] Franco), the spatial and temporal dynamics of humus were observed 
with the aim of establishing whether introducing allochthonous coniferous 
species disturbed the balance between the processes of organic matter humi-
fication and mineralisation. Furthermore, on the basis of humus composition 
and by monitoring the intensity of organic matter decomposition, the effect of 
the stated anthropogenic activities on habitat productivity in a zone of beech 
forest was analysed. 

MATERIALS AND METHODS

Research was undertaken in the climatoregional belt of montane beech 
forests (Fagetum moesiacae montanum B. Jov. 1967 s.l.) on Mt. Maljen (lat. 
44° 10’ N; long. 20° 5’ E), in the locality of Kaona (880 MASL). There were 
silviculture activities undertaken here, whereas, after the clearcutting of beech 
trees in 20 m-wide strips, plantations of Douglas fir (Pseudotsuga menziesii 
[Mirb.] Franco) were established, with these strips alternating with the strips 
of coppice forests of beech. The climatic conditions of this region are moderate 
continental, which is characteristic for the mountainous zone of Central European 
broadleaf forests (the mean annual temperature is 9.16 °C and mean annual 
precipitation is 890 mm). The study area lying within the forty-year-old silvi-
cultural system of Douglas fir and the control area within the autochthonous 
beech forest are characterised by the same ecological conditions, i.e. western 
exposure, a 2–5 ° slope, and the same soil types, formed on the same geological 
substrate (diabase), (WRB, Cambisol, dystric 2006; Kostić et al., 2016; Pavlović 
et al., 2017). 

To determine the decomposition intensity of leaf litter from beech and 
Douglas fir (6 and 12 months after the experiment started), a ‘litterbag approach’ 
was used. Fresh leaf litter (20 g), dried at 65 °C to a constant weight, was en-
closed in bags (20x20 cm) made of 1mm nylon mesh. In October, ten bags were 
randomly placed on the surface of the forest floor for each species. Five of the 
bags (n=5) were collected from both areas in April and the remaining five in 
October. In order to determine the weight of the organic matter after decom-
position, each bag was cleaned of soil and roots and dried to a constant weight 
(at 65 °C). Samples of soil (n=5) were taken from under each of the litterbags, 
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up to a depth of 5 cm, so as to determine the quantity of humus using the 
Simakov modification of the Tyurin method (Beljčikova, 1975). 

A qualitative analysis of humus, i.e. an analysis of the humic fractions of 
the leaf litter after extraction of bitumen (Ponomareva and Plotnikova, 1975a) 
and soil (Ponomareva and Plotnikova, 1975b), was conducted in soil profiles 
opened at both study sites. The content of Fe2O3 was determined using a com-
plexometric method (Škorić and Sertić, 1963), while the content of R2O3 was 
established using gravimetry. The Al2O3 content, the R2O3:FK ratio and the 
Al2O3:Fe2O3 ratio were calculated. Soil acidity in H2O was determined using 
a potentiometer.

A prognosis for the decomposition of organic matter from beech and 
Douglas fir was given based on Olson’s decomposition model and Olson’s 
constant loss rate (Olson, 1963), using the formula: 

Mt/M0=e-kt

where M0 is the initial mass of organic matter, Mt is the mass of the organic 
matter after (t) years of decomposition, and k is Olson’s constant loss rate after 
12 months of decomposition. According to this decomposition model, half the 
decomposition time is t1/2=0.639k, and the time constant k=0.368 of 1/e. To 
calculate the decomposition prognosis for 95% and 99% of the organic matter, 
the coefficients 3/k and 5/k were used. 

The quantitative distribution of humus, i.e. its spatial (between the study 
sites) and temporal (during the experiment at each of the sites) distribution in 
the surface layer of soil and the coefficients of loss, as well as the prognosis 
for the decomposition of organic matter at the study sites were analysed using 
one-way analyses of variance (ANOVA), and significant differences were con-
firmed using a t-test. 

RESULTS AND DISCUSSION

A comparison of the amount of humus in the layer of topsoil at the study 
sites at the beginning of the experiment revealed that the soil under the control 
beech stand was richer in humus (16.2%) than that under the Douglas fir stand 
(9.89%). This spatial trend was also true 6 (18.96% : 9.21%) and 12 months 
(17.40% : 9.89%) after the experiment started (Figure 1). The lower levels of 
humus in the topsoil from the Douglas fir stand are a result of the negative effects 
of clearcutting as a land management practice in this area. Specifically, the 
long period where the habitat was left open before the establishment of the 
Douglas fir stand led to the mineralisation process of humus intensifying and 
it being washed away (Pavlović et al., 1997; Ranger et al., 2008).
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Figure 1. Spatial analysis of the amount of humus in topsoil (0–5 cm)  
(ANOVA, n=5; ***p<0.001)

In terms of time, the only significant increase in the amount of humus was 
determined in topsoil at the beech stand 6 months into the experiment (Figure 2).

Figure 2. Temporal analysis of the amount of humus (%) in topsoil (0–5 cm)  
(ANOVA, n=5; ***p<0.001, *p<0.05, ns – not significant; a – 0 months/6 months;  

b – 0 months/12 months; c – 6 months/12 months)
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During the decomposition of organic matter in soil, two processes occur 
simultaneously – the processes of humification and mineralisation of organic 
matter (Guggenberger, 2005; Ćirić, 1984). In the early stages of organic matter 
decomposition, humification is the dominant process, which explains the in-
crease in the amount of humus 6 months into the experiment at the beech stand. 
In the later stages, the process of humification slowed down, i.e. the domination 
of organic matter mineralisation, which occurred during the second phase of 
the experiment from the 6th to 12th month, resulted in a decrease in the amount 
of humus in the topsoil (at a depth of 0–5 cm) at the beech stand. Even so, the 
lack of any difference in the amount of humus in the soil at the beech stand at 
the beginning and end of the experiment shows that the processes of organic 
matter humification and mineralisation are in dynamic equilibrium, which is 
characteristic of stable ecosystems (Ćirić,1984; Swift et al., 1979; Pavlović et al., 
1998). The lower humus content in the topsoil under the Douglas fir stand 
after 12 months (Figure 2) indicates a continuing trend of depletion due to the 
clearcutting of already partially degraded habitats of beech subject to silviculture 
activities. Previous research showed that Douglas fir, as a fast-growing species, 
leads to the depletion of nutrients in soil, as indicated by the negative input-output 
budget of elements such as C, N, P, S, K, Ca and Mg (Marques et al., 1997; 
Ranger et al., 1997, 2002; Martinik, 2003; Kostić et al., 2016). These differences 
are more noticeable in young stands, particularly during periods of dormancy 
and are more pronounced as the time period between two rotations is shortened. 
Bearing in mind the fact that maintaining nutrient reserves at a level charac-
teristic for each, individual ecosystem is a fundamental prerequisite for the 
stability of the ecosystem in question, disturbing the balance in their dynamics 
through reducing the amount of humus can have a negative impact on habitat 
productivity (Pavlović et al., 1997; Ranger et al., 1997; Kostić et al., 2016).

A morphological analysis of the soil profile and a qualitative analysis of 
the humus at the control site in the beech stand revealed the formation of mul-
moder type humus, while the presence of an Oh horizon at the Douglas fir 
stand indicated that the planting of conifers at the beech habitat has resulted in 
the inhibition of the coupling of organic and mineral components in soil, i.e. the 
occurrence of moder-type humus (Table 1). Qualitative changes in humus were 
detected in terms of lower pH values in the soil under the Douglas fir stand 
(Table 2). The acidification of soil under conifer cultures, most marked in the 
surface layer, is the result of the impact of litter quality and the transformation 
of organic matter from conifers, which evolves in the direction of acidic humic 
substances (Kostić et al., 2012; Podrázský et al., 2009; Kostić et al., 2016). 
Although humus composition in both areas revealed a trend characteristic of 
acid brown soils, i.e. a ratio of humic (Ch) to fulvic (Cf) acids of less than one, 
which narrows with depth in the soil profile (Avdalović, 1971), the values of this 
ratio were higher at the control site under beech than within the Douglas fir stand. 
In terms of humic acids, fraction 1 was most present, with its highest content in 
the humus-accumulative horizon (18.32–20.14%) at both study communities, and 
the dominant proportion at the beech stand (Table 1). As for fulvic acids (Cf), 
fraction 1, which is bound with mobile R2O3 and humic acids of fraction 1, was 
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Table 1. Group and fractional composition of humus in soil and litter under beech and 
Douglas fir

Plot Hor. Depth 
cm

Total 
C

Humic acid Fulvic acid Total 
acids 
sum

Humin Ch : Cf
1 2 sum 1a 1 2 sum

Be
ec

h 
(c

on
tr

ol
)

OLF
0–4 
cm

37.54 4.44 0.15 4.59 0.48 4.90 0.35 5.73 10.32 27.22 0.80
100.00 11.83 0.40 12.23 1.28 13.05 0.93 15.27 27.49 72.51

A 4–9 
cm

10.40 2.02 0.00 2.02 0.44 2.05 0.17 2.66 4.68 5.72 0.76
100.00 19.42 0.00 19.42 4.23 19.71 1.60 25.54 44.96 55.04

A 4–13/19 
cm

7.30 1.47 0.00 1.47 0.36 1.53 0.07 1.96 3.43 3.87 0.75
100.00 20.14 0.00 20.14 4.93 20.96 0.96 26.85 46.99 53.01

(B) 13/19–50 
cm

2.02 0.34 0.00 0.34 0.20 0.29 0.10 0.59 0.93 1.09 0.58
100.00 16.83 0.00 16.83 9.90 14.36 4.95 29.21 46.04 53.96

(B) 50–70 
cm

0.81 0.09 0.00 0.09 0.08 0.09 0.07 0.24 0.33 0.48 0.38
100.00 11.11 0.00 11.11 9.88 11.11 8.64 29.63 40.74 59.26

Do
ug

la
s f

ir

OLF
0–1/2 

cm
36.17 3.27 0.00 3.27 0.50 4.67 0.00 5.17 8.44 27.73 0.63

100.00 9.04 0.00 9.04 1.38 12.91 0.00 14.29 23.33 76.67

OH
1/2–2 

cm
14.53 2.18 0.00 2.18 0.38 3.14 0.00 3.52 5.70 8.83 0.62

100.00 15.00 0.00 15.00 2.62 21.61 0.00 24.23 39.23 60.77

A 2–8 
cm

5.35 0.98 0.00 0.98 0.39 1.15 0.15 1.69 2.67 2.68 0.58
100.00 18.32 0.00 18.32 7.29 21.50 2.80 31.59 49.91 50.09

(B) 8–50 
cm

0.90 0.15 0.00 0.15 0.12 0.20 0.00 0.32 0.47 0.43 0.47
100.00 16.67 0.00 16.67 13.33 22.22 0.00 35.56 52.23 47.77

(B) 50–103 
cm

0.39 0.06 0.00 0.06 0.05 0.08 0.00 0.13 0.19 0.20 0.46
100.00 15.38 0.00 15.38 12.82 20.51 0.00 33.33 48.71 51.29

Table 2. Composition of 0.1 M H2SO4 extract from samples of soil under beech and 
Douglas fir

Plot Horiz. Depth
cm

pH
H2O

Fulvic 
acid

1a (Cx2)

R2O3
%

Fe2O3
%

Al2O3
% R2O3 : FK Al2O3 : 

Fe2O3

Fe (B)hor : 
Fe A hor

Be
ec

h 
(c

on
tr

ol
) OLF 0–4 cm 5.06 1.02 0.20 0.15 0.05 0.20 0.33

A 4–9 cm 4.86 0.88 1.30 0.42 0.88 1.48 2.10
A 4–13/19 cm 4.79 0.72 1.29 0.47 0.82 1.79 1.74

(B) 13/19–50 cm 5.27 0.40 1.19 0.37 0.82 2.98 2.22 0.79
(B) 50–70 cm 5.54 0.16 0.86 0.28 0.58 5.38 2.07 0.60

Do
ug

la
s f

ir

OLF 0–1/2 cm 4.95 1.00 0.48 0.28 0.20 0.48 0.70
OH 1/2–2 cm 4.60 0.76 1.58 0.48 1.10 2.07 2.28
A 2–8 cm 4.55 0.78 2.17 0.40 1.77 2.78 4.43

(B) 8–50 cm 5.15 0.24 1.44 0.39 1.05 6.00 2.69 0.98
(B) 50–103 cm 5.36 0.10 1.34 0.33 1.01 13.40 3.06 0.83
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the most present. There was no regularity in its increase or decrease through 
the profile, as already concluded by several authors (Avdalović, 1971; Pavlović, 
1992, 1998; Pavlović et al., 1997; Kostić, 2007). The proportion of fraction 1 of 
the fulvic acids was higher at the Douglas fir stand through the whole depth of 
the profile, apart from in the litter horizon. This difference was most pronounced 
in the cambic horizon, where it amounted to 20.51–22.22 % at the Douglas fir 
stand, while at the control area of beech it was 11.11–14.36% (Table 1). This frac-
tion was higher than the content of the aggressive fraction 1a throughout almost 
the whole profile, while its increase with depth was more marked in the soil 
under Douglas fir than under beech (13.33% : 9.90%; 12.82 : 9.88 in the cambic 
horizon, Table 1). As expected, the highest content of insoluble residue, due to 
the highest content of resistant material of lignin, was found in the litter horizon 
at both study sites. The proportion of humins in the humus was higher under 
Douglas fir than under the control beech (76.67% : 72.51%; Table 1). On the 
basis of these results, it can be seen that the humus matter formed in the soil 
under Douglas fir has a less favourable chemical composition than that at the 
control site in the autochthonous beech stand, which is reflected in the greater 
proportion of insoluble residue in humus, a lower proportion of humic acids, a 
higher proportion of fulvic acids and fraction 1a in the soil horizons, and a nar-
rower Ch:Cf ratio at the Douglas fir stand. Specifically, soils which develop 
under coniferous vegetation are richer in fulvic acids than those formed under 
broadleaf vegetation (McKeague et al., 1986; Stefanović and Pavlović, 1991; 
Pavlović et al., 1997). An analysis of the parameters of the composition of soil 
extract in 0.1M H2SO4 revealed a dynamic that is characteristic of Dystric Cam-
bisol (Table 2), i.e. there was not found a translocation of fulvic acid 1a and the 
organomineral complex of iron from the surface layers into the lower parts of 
the profile (Avdalović, 1971). This can be explained by the fact that the level of 
sesquioxides was enough to bind the aggressive fraction of fulvic acid 1a to the 
organomineral complex of iron and accumulate it from the very surface of the 
profile. This was supported by both the ratio of R2O3 to fulvic acid 1a, which was 
always higher than one, and also the Fe (B) hor./FeAhor. ratio, which was less than 
one. As far as aluminium is concerned, its migration was noted only in the area 
of the Douglas fir stand, and only within the humus-accumulative horizon.

Through an analysis of litter decomposition intensity, it was determined that 
beech organic matter decomposed more quickly than that from Douglas fir during 
the whole experiment (Figures 3 and 4). The greatest difference in decomposition 
intensity was found 6 months after the start of the experiment (p < 0.001) (Figure 3).

At this point, beech organic matter was 18.2% decomposed, while that 
from Douglas fir was 9.48% decomposed; however, after a year, the ratio was 
32.76% : 24.98%. The slower decomposition of conifer litter is a result of the 
lower concentrations of nutrients and higher levels of lignin and polyphenols in 
coniferous organic matter, and of the specific microclimate (lower light intensity 
and lower moisture content) characteristic for coniferous ecosystems (Millar, 
1974; Flanagan and VanCleve, 1983; Pavlović, 1992; Mudrik et al., 1994; Cor-
nelissen, 1996; Pavlović, 1998; Prescott et al., 2000, 2004; Kostić et al., 2003; 
Pavlović et al., 2003; Kostić, 2007; Kostić et al., 2016).
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Figure 3. Decomposition intensity of organic matter from beech and Douglas fir 
(ANOVA, n=5; ***p<0 .001, * p<0.05) (Kostić et al., 2016). 

Figure 4. Analysis of the decomposition constants (k1/2 and k) and the prognosis con-
stants (3/k and 5/k) for organic matter from beech and Douglas fir (ANOVA, n=5; 

***p<0.001, *p<0.05) (Kostić et al., 2016).



A prognosis of the decomposition intensity of the organic matter from the 
studied species based on Olson’s decomposition model suggested that 95% of 
organic matter from beech will decompose after 7.6 years and from Douglas 
fir after 10.8 years, while for 99% decomposition, 12.7 years will be necessary 
for beech organic matter and almost 18 years, i.e. an additional 5 years, for 
Douglas fir organic matter (Figure 4). 

CONCLUSION

On the basis of the results of this study, it can be concluded that there is a 
difference in the amount and composition of humus in the soil of the examined 
ecosystems, as well as in the decomposition intensity of the organic matter of 
the edificators. The results of the spatial and temporal analysis of soil humus 
levels lead us to the conclusion that the clearcutting of beech and the organic 
matter from Douglas fir have contributed to a reduction in the amount of humus 
in beech forests on Mt. Maljen. A qualitative analysis of humus indicates that 
the chemical composition of the humus substances that form in the soil under 
Douglas fir is unfavourable compared to that under beech, which may in the 
future lead to the destruction of acid brown soil through further acidification 
and a reduction in its productivity. Specifically, the slower decomposition of 
Douglas fir organic matter and its more modest requirements for nutrients 
compared to beech will mean a significant amount of nutrients will be excluded 
from the cycling process for a lengthy period of time. In this way, the processes 
of beech habitat degradation, which began with the clearcutting of beech trees 
and the removal of large amounts of beech organic matter, will continue and 
will probably culminate after the cutting of the Douglas fir.
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УТИЦАЈ ДУГЛАЗИЈЕ НА ДИНАМИКУ И САСТАВ ХУМУСА  
У ЗЕМЉИШТУ АУТОХТОНЕ ШУМЕ БУКВЕ У ЗАПАДНОЈ СРБИЈИ

Олга А. КОСТИЋ, Мирослава М. МИТРОВИЋ, Павле Ж. ПАВЛОВИЋ

Универзитет у Београду,
Институт од значаја за Републику Србију

Институт за биолошка истраживања „Синиша Станковић”, 
Одељење екологије

Булевар деспота Стефана 142, Београд 11060, Србија

РЕЗИМЕ: У раду је истраживан утицај органске материје дуглазије 
(Pseudotsuga menziesii [Mirb.] Franco) на количину и састав хумуса киселог смеђег 
земљишта климарегионалне букове шуме (Fagetum moesiacae montanum B. Jov. 
1967 s.l.) на Маљену. За постизање наведеног циља обављен је једногодишњи in 
situ експеримент, коришћењем “litter bag” методе/технике са стељом букве (Fagus 
moesiaca) и дуглазије (Pseudotsuga menziesii). Анализиран је квантитативан и 
квалитативан садржај хумуса и интезитет процеса разлагања органске материје 
букве и дуглазије. Утврђена је нижа количина хумуса, уочен је тренд смањивања 
количине хумуса током истраживања и опадање квалитета хумуса (неповољнији 
хемијски састав) у култури дуглазије у односу на контролну површину под аутох
тоном буквом. Закључено је да ће ове промене, изазване ефектима чисте сече букве 
и у будућности дуглазије, и успорено разлагање органске материје дуглазије, 
допринети даљој деградацији буковог станишта у погледу продуктивности на 
планини Маљен. 

КЉУЧНЕ РЕЧИ: нарушени екосистеми, Fagus moesiaca, Pseudotsuga menziesii 
силвикултура, хумус, хуминске и фулво киселине, разлагање стеље
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EVALUATION OF TRACE ELEMENTS MPC  
IN AGRICULTURAL SOIL USING  

ORGANIC MATTER AND CLAY CONTENT

ABSTRACT: The aim of this paper is to investigate the contribution of the influence 
of organic matter and clay content on the value of maximum permissible concentrations 
(MPC) of trace elements Pb, Ni, Cr, and Cd. The investigation was conducted on agricul-
tural soil in the territory of Veliko Gradište Municipality. There were analyzed 82 samples 
of eutric cambisol type soil, 17 samples of chernozem soil, and 32 samples of sandy soil. 
In the composite soil samples, taken from a depth of 0–30 cm, main parameters of soil 
fertility (pH, P2O5, K2O, CaCO3, soil organic matter – SOM), the content of the clay frac-
tion, and total forms of Pb, Ni, Cr, and Cd were determined. Interpretation of the obtained 
results was carried out in relation to the MPC of trace elements defined in the Regulations 
(Official Gazette, 88/2018). Based on the ratio of the defined MPC and corrected values 
whose calculation includes the values of the organic matter and clay content, there was 
determined the correlation concerning the content of organic matter and the content of 
clay fractions, respectively, in the tested samples. In addition, the content of Cr and Pb in 
tested types of soil still did not exceed the adjusted MPC value. As for Cd and Ni, there 
was no deviation from the established and modified values of MPC. Concludingly, the 
research should be continued and supplemented by data for other types of soils, which 
would represent a base for a further assessment of the applicability of the existing regulations 
taken from Dutch sources and incorporated into Serbian Regulations (Official Gazette, 
88/2018).
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organic matter (SOM), clay
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INTRODUCTION

It is generally recognized that the climate, especially air temperature and 
precipitation, presents the most important factor which regulates the level of 
organic matter in the soil (Alvarez and Lavado, 1998). The study of Lemenih and 
Itanna (2004) indicates that the content of soil organic matter increases with 
the amount of precipitation and decreases with the increases in temperature.

In similar climatic conditions, the organic matter content in the soils of 
fine texture (clayey soils) is two to four times higher than in the rough texture 
(sandy) soils (Prasad and Power, 1997). Clayey soils accumulate organic carbon 
rather quickly, while the sandy soils cannot accumulate it even after 100 years 
of a high input of organic matter (Freibauer et al., 2004).

Soil organic matter (SOM) is a complex matter system and is of great 
importance for all processes that occur in the soil, as the nutrients are accu-
mulated within it. It is a source of fertility, contributing to soil aeration in a way 
that it reduces the soil density, improves the infiltration of the soil, and increases 
its water and air capacity (Vidojević, 2016). SOM content is of vital importance 
for the functioning of the ecosystem and has an important effect on the soil 
structure, the capacity for water retention in the soil, the capacity for the ex-
change of the cation, and the ability of the soil to form complexes with metal 
ions, as well as to keep the nutrients (Van Keulen, 2001).

The organic matter in soil affects not only the color of soil, its physical 
properties, and adsorption capacity of the mineral soils cations, but also the 
supply of plant accessible nutrients through the expressed exchange of nutrients 
and release of N, P, and S from organic forms, the extraction of elements from 
soil minerals, etc. (Miljković, 1996). 

Soil can be structural and non-structural. The structural aggregates are 
formed by joint action of a number of factors which may be classified into five 
groups: soil, air, biological factors, anthropogenic factors, and time (Dugalić and 
Gajić, 2012).

 In sandy soils or sands, the mechanical elements are generally not inter-
connected. Loam and clay soils can be structural, non-structural, or slightly 
structural. In general, at elevated content of the clay particles, the content of 
organic carbon in the soil tends to be higher. The reason for this is the connection 
between the surface of the clay particles and organic matter which inhibits the 
degradation process. Soils with higher clay content have a greater potential for 
the formation of aggregates.

Sandy soils typically contain less organic matter than the soils with a more 
delicate texture, loam or clay (Van-Camp et al., 2004). This is because, generally, 
low moisture content and high aeration in sandy soils result in faster oxidation 
of the organic matter in comparison with heavier soils.

The level of organic carbon in the soil is closely related to the soil structure 
and is one of the major factors of aggregation (Bronick and Lal, 2005). Like-
wise, the content of organic matter plays an important role in soil aggregation. 
This primarily refers to freshly formed and multivalent cation-saturated humic 
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and ulmic acids that, after the coagulation, bind particles of the mechanical 
fractions of clay, silt, and sand in stable structural units. Aggregate stability 
and preservation of the organic carbon levels in the soil depend greatly on the 
soil texture. The effect of soil organic carbon on the soil structural stability is 
enhanced in soils containing a low percentage of the clay fraction (Wuddivira 
and Camps-Roach, 2007).

The content of organic matter and clay fractions, as well as soil pH, affects 
the mobility of trace elements. In soils of pH range from 5.50 to 8.00 chromium 
(Cr) is nearly insoluble, and the solubility of cadmium (Cd) decreases with the 
increased pH values ​​so that pH values ​​above 7.50 lead to its immobilization 
(Kabata Pendias, 2011). In soils with pH values ​​from 3.80 to 7.1 Cd is less 
mobile than nickel (Ni) (Adriano, 2001).

High concentrations of trace elements in the soil can affect the soil’s 
fertility and may represent an ecological and human health risk if they enter 
the food chain or leach into receiving waters (Daskalopoulou et al., 2014).

 Contamination by trace elements is a potential risk to the crops, animals, 
and humans because of their toxicity, persistence, bioaccumulation and bio-
magnification in the food chain (Rao et al., 2011). By incorporating the influ-
ence of organic matter content and clay fraction into the MPC (maximum 
permissible concentrations) calculation, the potential danger of determined 
trace elements content for the environment is more realistically considered. 
This concept was taken from the Netherlands (MvV, 2000).

The main difference between the two existing regulations of the Republic 
of Serbia (23/1994 and 88/2018) classification 23/94 and 88/2018 is in the re-
ported values of certain trace elements. Also, for the interpretation of whether 
a trace element is below or above the MPC at a given location, the modified 
limit values are used according to Regulation 88/2018, which presents the 
result of the content of clay fraction and organic matter influence. 

Based on the data obtained in a previous study (Institute of Soil Science, 
2014), this study aimed to determine the influence of the organic matter and 
clay content in the soil and evaluate the established maximum permissible 
concentrations of trace elements (Official Gazette RS, 23/1994) following the 
Regulation (Official Gazette RS, 88/2018).

MATERIALS AND METHODS

The Municipality of Veliko Gradište is located in the northeastern part 
of Serbia, in the foothills of the Carpathians and Homolje mountains, at the 
entrance to the Đerdap Gorge (Iron Gate). In the west, it borders with the 
Municipality of Malo Crniće, in the southeast with the Municipality of Kučevo, 
and in the east with the Municipality of Golubac (X: 534771, Y: 4948075). In 
the north, the municipality is bordered by the Danube that separates it from 
neighboring Romania in a length of 20 km. The municipality belongs to Bra
ničevo district and covers an area of 344 km2.



100

The study territory belongs to the area of moderate continental climate 
with clearly derived seasons and almost no difference in the characteristics 
between the lower and higher terrains (Stanojković-Sebić et al., 2015).

​​In the area of ​​study and according to the sampled soil distribution (Figure 
1), the most represented soil type was eutric cambisol – brown forest soil, which 
is primarily the result of the favorable climate, the substrate on which the soil 
is formed, and the influence of the relief and vegetation present at its creation. 
This type is mainly formed on Miocene sediments of the lighter mechanical 
composition, or loess and old alluvial deposits. After the composition, it is 
slightly heavier loam, plastic and sticky. 

The production value of eutric cambisol is high because this soil is among 
the very deep soil types of neutral and weakly acidic reaction. It has good 
physical properties when it was formed on the loess and has medium content 
of nutrient elements, except the available phosphorus.

Figure 1. The position of soil samples 
 
In the study area, chernozem soil occurs on smaller areas, on the loess 

deposits, and the contact zone of loess and sand. Particle size distribution varies 
from loam to sandy clay loam. The usual chemical analyses show that the cher-
nozem is calcareous throughout the whole depth and that the share of carbonates 
increases with the depth, although an acid reaction can occur in leached cher-
nozem. The soil reaction is usually slightly alkaline with adsorptive complex 
highly saturated with cations, mainly calcium. The share of humus is over 3%, 
while the share of available phosphorus and potassium varies from plot to plot.
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A significant area of ​​study is occupied by sandy soils, as follows: Aeolian 
quicksand, loess sand, and brown sand. Production value of sandy soils is 
generally low, but it can vary depending on the involvement of pedogenetic 
processes that go towards the creation of brown steppe soils and shallow cher-
nozem on the sand. Soil profiles on sands are distinguished by the surface parts 
color and the share of humus in them. Substantially, their soil reaction in surface 
layers is neutral or slightly alkaline. 

Composite random sampling (15–20 single samples) of an agricultural 
soil was carried out at pre-defined locations (Figure 1), from the depth of 0–30 cm. 
There were analyzed 82 samples of eutric cambisol soil, 17 samples of cher-
nozem soil, and 32 samples of sandy soil. The soil typology was taken from 
the pedological map published in a previous study (Institute of Soil Science, 
1975; WRB, 2015).

A total number of 131 composite soil samples were prepared for analyses 
in accordance with SRPS ISO 11464: 2004 – Pretreatment of samples for phys-
ical-chemical analyses, and sieved through a sieve of 2 mm in diameter. Soil 
acidity (pH in 1M KCl, v/v-soil: 1M KCl = 1:5) was analyzed potentiometrically, 
using glass electrode (SRPS ISO 10390, 2007); available phosphorus (P2O5) 
was analyzed spectrophotometrically, and available potassium (K2O) by flame 
emission photometry, using AL-method according to Egner-Riehm (Riehm, 
1958); calcium carbonate (CaCO3) was determined using the volumetric method 
(SRPS ISO 10693: 2005); SOM (soil organic matter) was calculated using the 
following formula: SOM content (%) = total organic C (%) x factor 1.724 
(Džamić et al., 1996), using the total C content obtained on elemental CNS ana-
lyzer Vario EL III (Nelson and Sommers, 1996) and carbonate content.

The granulometric composition was analyzed by determination of particle 
size distribution in mineral soil material, using the standardized method by 
sieving and sedimentation (ISO 11277: 2009(E), 2009). 

Determination of the total trace elements forms (Pb, Ni, Cr, and Cd) was 
done by inductively coupled plasma-atomic emission spectrometry ‒ THERMO 
iCAP 6300 Duo (radial/axial view versions) ICP-OES, after the digestion of 
the samples with aqua regia (ISO 11466:1995, 1995; ISO 22036:2008, 2008).

Reference soil NCS ZC 73005, Soil Certificate of Certified Reference 
Materials approved by China National Analysis Center Beijing China, and reagent 
blanks were used as the quality assurance and quality control (QA/QC) samples 
during the analysis.

The results of the conducted soil analysis represent the arithmetic means 
of three replicates of each sampling. Statistical methods that were applied in the 
data processing were descriptive statistics and correlation, using the statistical 
program SPSS 18.0. 

The interpretation of the content of trace elements in the soil samples was 
done using the Rule book of permissible concentrations of dangerous and 
hazardous materials in soil and water for irrigation and methods for analysis, 
in which MPC for the analyzed trace elements are as follows: Cd = 3 mg kg-1, 
Cr = 100 mg kg-1, Ni = 50 mg kg-1, Pb = 100 mg kg-1 (Official Gazette of RS, 
23/1994).
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 These values ​​were used in the formula for calculating the limit and re-
mediation values ​​defined in the Regulation on the program of systematic 
monitoring of soil quality via indicators for the assessment of soil degradation 
risk and methodology for the creation of remediation programs (Official Gazette 
of RS, 88/2018). 

RESULTS AND DISCUSSION

The results of the present study showed that the soil reaction of chernozem 
ranged from highly acidic (in one sample of leached chernozem) to alkaline 
(pH in 1 M KCl was 4.00–7.35), of sands ranged from acidic to alkaline (pH 
in 1 M KCl was 5.10–7.65), and of eutric cambisol from highly acidic to neutral 
(pH in 1 M KCl was 3.60–7.05). According to the carbonate content, the cher-
nozem soil samples were in the range of non-calcareous to slightly calcareous 
(below detection limit of the method, BDLM–2.94%); sands soil samples were 
in the range of non-calcareous to medium carbonate (BDLM–9.33%), and 
eutric cambisol soil samples ranged from non-calcareous to slightly calcareous 
(BDLM–1.91%). The content of organic matter in the chernozem (2.69–4.75%), 
sands (1.38–4.33%), and eutric cambisol (2.09–5.06%) soil samples were in the 
range of medium to high. 

Table 1. Main chemical parameters of the tested soils and the clay fraction content

Soil type Statistical
parameter

pH
1M KCl

CaCO3 SOM P2O5 K2O
Clay fraction
(<0.002 mm)

% % mg 100 g-1 mg 100 g-1 %

Chernozem

Min 4.00 BDLM 2.69 2.14 15.98 23.60
Max 7.35 2.94 4.75 37.05 38.65 33.20
Average 5.92 0.60 3.68 8.18 20.81 29.84
STDEV 1.11 1.05 0.62 7.95 5.45 2.41
CV 0.64 0.61 1.08 4.59 3.15 4.17

Sand

Min 5.10 BDLM 1.38 2.32 8.94 6.20
Max 7.65 9.33 4.33 85.89 38.65 46.10
Average 6.63 1.27 2.75 17.49 17.94 20.12
STDEV 0.77 2.05 0.65 17.41 7.78 10.13
CV 0.44 1.18 1.13 10.05 4.49 17.55

Eutric 
cambisol

Min 3.60 BDLM 2.09 0.55 9.33 14.20
Max 7.05 1.91 5.06 78.48 38.65 47.60
Average 4.67 0.03 2.79 7.52 18.86 29.92
STDEV 0.67 0.22 0.50 12.78 6.16 4.37
CV 0.39 0.13 0.87 7.38 3.56 29.92

SOM – soil organic matter; BDLM – below the detection limit of the method (0.04%)
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The determined content of available phosphorus in all tested soils was in 
the range from very low to very high, as follows: 2.14–37.05 mg 100 g-1 in 
chernozem, 2.32–85.89 mg 100 g-1 in sands, and 0.55–78.48 mg 100 g-1 in eutric 
cambisol. The content of available potassium was in the range of medium to high 
in chernozem (15.98–38.65 mg 100g-1) and sands (8.94–38.65 mg 100 g-1), and 
within the levels of a very low to a high value in eutric cambisol (9.33–38.65 mg 
100 g-1) (Table 1). 

All these obtained data on the main parameters of soil fertility are in accord-
ance with the ones obtained in a previous study (Institute of Soil Science, 1975). 

By analyzing the content of total trace elements in soil samples (Figure 
2), the content of Pb, Cr, and Cd in all samples of all three types of soil was 
below the maximum permissible concentrations (Official Gazette of RS, 
23/1994). Ni content in chernozem and eutric cambisol was also below the 
MPC, while in the sandy soils the content of this element exceeded the MPC 
at four localities. 

Figure 2. The levels of analyzed total forms of trace elements

For adjusted established MPC (Official Gazette RS 23, 1994) it was applied 
the equation defined by Official Gazette RS 88 (2018):

A + (B × % clay) + (C × % SOM)
(SW, IW)b = (SW, IW)sb × ———————————————

A + (B × 25) + (C × 10)

By applying the defined equation below, where (SW, IW)b is corrected 
threshold or remediation value for a particular soil, and (SW, IW) sb is threshold 
or remediation value from the table of Official Gazette of RS (88/2018), which 



104

determines the corrected MPC value, it was found that in all soil samples of 
chernozem the Cd content was below the defined limit value (0.8 mg/kg of dry 
matter); the Cd content in sandy soils was above the limit values in two samples, 
while in eutric cambisol the content of this element was above the limit values 
in even 25 samples. 

In the equation, A, B, and C represent the constants dependent on the type 
of trace element.

The Ni content in chernozem and eutric cambisol was below the limit 
values (35 mg/kg of dry matter), while in sandy soils from five sites the content 
of this element exceeded the limit value. 

By applying the regulative 88/2018 (Official Gazette of RS, 88/2018) and 
the related correction formula, and by replacing the limit values from that 
regulative with the limit values from regulative 23/1994 (Official Gazette of RS, 
23/1994) new modified limit values were obtained. By analyzing the content 
of trace elements from given locations with newly modified values, no values 
were found that were above the modified limit values.

The number of samples in which the corrected MPC value for Cd was found 
increased by one in eutric cambisol, and in sandy soils by two. The Ni content 
above the corrected MPC was higher in sandy soils only at three localities.

The value of the content of organic matter and clay fractions in a ratio of 1:3 
affects the mobility of Cd to a negligible extent. The mobility of Cr and Ni was 
not affected by the content of organic matter in the soil, while the mobility of 
Pb was equally affected by the content of clay and organic matter (MvV, 2000).

It was also determined the determination coefficient of the relationship 
between the adjusted MPC value for each element and each soil type and the 
MPC value defined in Official Gazette of Republic of Serbia (Official Gazette 
of RS, 23/1994) and the content of organic matter and clay fractions, respec-
tively (Tables 2 and 3). The results show a better relationship for clay than 
SOM. This should be first noted and then discussed.

Table 2. Relationship between the adjusted and unadjusted value of trace elements and 
organic matter content

Soil type
Average content of trace elements ± standard deviation (mg kg-1) – R2 ( the correlation coefficient)

Ni Pb Cr Cd

Chernozem
31.45±1.72 12.18±0.80 27.63±1.98 0.54±0.03

y = 0.0139x + 3.4848 
R² = 0.0239

y = 0.0788x + 3.815 
R² = 0.1483

y = 0.0199x + 3.4848 
R² = 0.0239

y = 0.146x + 5.517 
R² = 0.4687

Eutric 
cambisol

29.74±3.10 13.52±1.51 27.72±4.77 0.67±0.17
y = 0.0182x + 2.5393 

R² = 0.2046
y = 0.0497x + 2.9287 

R² = 0.2881
y = 0.026x + 2.5393 

R² = 0.2046
y = 0.0719x + 3.8651 

R² = 0.4443

Sand
34.55±19.13 12.53±9.65 27.52±12.99 0.48±0.16

y = 0.0169x + 2.9889 
R² = 0.5644

y = 0.0404x + 3.33 
R² = 0.6041

y = 0.0241x + 2.9889 
R² = 0.5644

y = 0.0512x + 3.9686 
R² = 0.6715
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Table 3. Relationship between the adjusted and unadjusted value of trace elements and 
the clay fraction content 

Soil type
Average content of trace elements ± standard deviation (mg kg-1) – R2  

(the correlation coefficient)
Ni Pb Cr Cd

Chernozem
31.45±1.72 12.18±0.80 27.63±1.98 0.54±0.03

y = 0.35x + 25 
R² = 1

y = 0.7712x + 31.185 
R² = 0.9434

y = 0.5x + 25 
R² = 1

y = 0.6834x + 38.449 
R² = 0.6822

Eutric 
cambisol

29.74±3.10 13.52±1.51 27.72±4.77 0.67±0.17
y = 0.35x + 25 

R² = 1
y = 0.8003x + 32.071 

R² = 0.9906
y = 0.5x + 25 

R² = 1
y = 0.9058x + 43.405 

R² = 0.9338

Sand
34.55±19.13 12.53±9.65 27.52±12.99 0.48±0.16

y = 0.35x + 25 
R² = 1

y = 0.8096x + 31.67 
R² = 0.9984

y = 0.5x + 25 
R² = 1

y = 0.9679x + 43.094 
R² = 0.9878

The obtained results indicate that the C constant, which refers to the organic 
matter content and is associated with the product used in the calculation of the 
corresponding element (C = 0 for Ni; C = 1 for Pb; C = 0 for Cr; C = 0.021 for Cd), 
has a higher dependency in sandy soils, as expected, considering the source 
of formula which is primarily intended for similar soil types. For the content 
of Cd in the chernozem soil, it was registered the lowest coefficient of deter-
mination for the clay fraction content, which can be explained by the lowest 
coefficient of variation for the tested parameter which was determined by 
processing the observed number of samples.

The correlative dependence which refers to the clay fraction content 
showed a high correlation, which is in correspondence with the assigned 
B constants for the tested elements (B = 1 for Ni; B = 1 for Pb; B = 2 for Cr; 
B = 0.007 for Cd). 

CONCLUSION

Using the equation for determination of the adjusted MPC value defined in 
Official Gazette of RS (2018), which in the calculation includes the coefficients 
of the content of organic matter and clay fractions individually associated with 
the tested trace element and the limit MPC value, for a determined number of 
samples with trace elements value above the MPC, defined in Official Gazette 
of Republic of Serbia (Official Gazette of RS, 1994), it was found that the content 
of Cr and Pb in tested types of soil still does not exceed the adjusted MPC value. 
As for Cd and Ni, there was no deviation from the established and modified 
values of MPC.

Research should be continued and supplemented by data for other types 
of soils, based on which there would be done a further assessment of the appli-
cability of the existing regulations taken from Dutch sources (MvV, 2000) and 
incorporated into the Regulative Official Gazette (88/2018).
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ПРОЦЕНA MDK ЕЛЕМЕНАТА У ТРАГОВИМА У  
ПОЉОПРИВРЕДНОМ ЗЕМЉИШТУ ПОМОЋУ  
САДРЖАЈА ОРГАНСКЕ МАТЕРИЈЕ И ГЛИНЕ 

Радмила Н. ПИВИЋ1, Зоран С. ДИНИЋ1, Јелена С. МАКСИМОВИЋ1, 
Добривој Ж. ПОШТИЋ2, Ратибор Т. ШТРБАНОВИЋ2, 

Александра Б. СТАНОЈКОВИЋ-СЕБИЋ1 
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Теодора Драјзера 7, Београд 11000, Србија

2 Институт за заштиту биља и животну средину,
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РЕЗИМЕ: Циљ овог рада је истраживање доприноса утицаја садржаја орган
ске материје и глине на вредност максимално дозвољених концентрација (МДК) 
елемената у траговима Pb, Ni, Cr и Cd, које је спроведено на пољопривредном 
земљишту територије Општине Велико Градиште. Анализирано је 82 узорка на 
земљишту типа еутрични камбисол, 17 узорака на земљишту типа чернозем и 32 
узорка на песковитим земљиштима. У композитним узорцима земљишта, узетих са 
дубине 0–30 cm, одређени су основни параметри плодности (pH, P2O5, K2O, CaCO3, 
органска материја), садржај фракције глине и садржај укупних форми Pb, Ni, Cr 
и Cd. Тумачење добијених резултата испитивања спроведено је у односу на МДК 
испитиваних микроелемената дефинисаних Правилником (Службени гласник 
РС, 88/2018). На основу односа дефинисаних МДК и коригованих вредности које 
у обрачун узимају и вредности садржаја органске материје и глине, утврђена је 
корелациона зависност у односу на садржај органске материје, односно садржај 
фракције глине у испитиваним узорцима. Поред тога, садржај Cr и Pb у испитаним 
типовима земљишта и даље не прелази прилагођену вредност МДК. За вредности 
Cd и Ni, није било одступања од утврђених и модификованих вредности МДК. 
Закључак је да истраживања треба наставити и допунити подацима и за остале 
типове земљишта на основу чега би се дала коначна оцена примењивости посто
јеће регулативе која је преузета из холандских извора а у 2018. години су унета 
у Правилник (Службени гласник РС, 88/2018) .

КЉУЧНЕ РЕЧИ: земљиште, елементи у траговима, максимално дозвољене 
концентрације (МДК), органска материја, глина
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INSTRUCTION TO AUTHORS 

1. General remarks
1.1. Matica Srpska Journal for Natural Sciences (short title: Matica Srpska J. 

Nat. Sci.) publishes manuscripts and review articles as well as brief communications 
from all scientific fields as referred to in the title of the journal. Review articles are 
published only when solicited by the editorial board of the journal. Manuscripts that 
have already been published in extenso or in parts or have been submitted for publi-
cation to other journal will not be accepted. The journal is issued twice a year.

1.2. The manuscripts should be written in correct English language regarding 
the grammar and style. The manuscripts should be submitted electronically as a 
separate file to vnikolic@maticasrpska.org.rs and enclosed with the author’s written 
consent for the publishing of the manuscript.

1.3. Upon the reception of the manuscript, the author shall be assigned with a 
manuscript code, which has to be referred to in any further correspondence. The 
authors will be notified about the manuscript reception within seven days and about 
the reviewers’ opinion within two months from submission. All submitted manuscripts 
are reviewed and proofread.

2. Planning and preparing of the manuscript
2.1. Type the manuscripts electronically on A4 (21 x 29.5 cm) format with 2.5 

cm margins, first line indent, and 1.5 line spacing. When writing the text, the authors 
should use Times New Roman size 12 font and when writing the abstract, key words, 
summary, and footnotes use font size 10. 

2.2. First name, middle initial and last name should be given for all authors of 
the manuscript and their institutional affiliations, institution name, and mailing ad-
dress. In complex organizations, a full hierarchy should be mentioned (e.g. Univer-
sity of Novi Sad, Faculty of Sciences – Department of Biology and Ecology). The 
institution of employment of each author should be stated below the author’s name. 
The position and academic degrees should not be cited. If there is more than one 
author, indicate separately institutional affiliation for each of the authors. Put the 
name and mailing address (postal or e-mail address) of the author responsible for 
correspondence at the bottom of the first page. If there is more than one author, write 
the address of only one author, usually the first one.

2.3. Structure the text of the original articles into Abstract, Key Words, Intro-
duction, Material or Methods, or Material and Methods, Results or Results and Dis-
cussion, Discussion, Conclusion, References, Summary and Key Words in Serbian 
language, and Acknowledgement (if there is one). Original articles should not be 
longer than 10 pages, including the references, tables, legends, and figures. 

2.4. Titles should be informative and not longer than 10 words. It is in the best 
interest of the authors and the journal to use words in titles suitable for indexing and 
electronic searching of the article. 

2.5. The authors should submit the title of the article with last name and the 
initials of the first author.



116

(if the article has more than one author, et al. should be used for other authors) 
and running title of not more than five words. 

2.6. List up to 10 key words using words and phrases that describe the content 
of the article in the best way and that allow indexing and electronic searching of the 
paper. List the key words alphabetically and divided by commas.

2.7. The Abstract in English language and Summary in Serbian language should 
be a short and informative presentation of the article. Depending on the length of the 
article, the Abstract may have from 100 to 250 words. Summary written in Serbian 
language can be 1/10 length of the article and should contain the title of the article, 
first, middle initial, and last names of the authors, authors’ institutional affiliation 
and address, and key words. 

2.8. Write the information about financial support, advices, and other forms of 
assistance, if necessary, at the end of the article under the Acknowledgement. Finan-
cial support acknowledgement should contain the name and the number of the project, 
i.e. the name of the program from which the article originated, and the name of the 
institution that provided the financial support. In case of other forms of assistance 
the author should submit the first name, middle initial, last name, institutional af-
filiation, and the address of the person providing the assistance or the full name and 
the address of the assisting institution.

3. Structure the Review articles in Abstract, Key Words, Text of the manuscript, 
Conclusion, and References; submit Summary and Key Words in Serbian language. 
Review articles should not be longer than 12 pages, including references, tables, 
legends, and figures. 

4. Write brief communication according to the instructions for original articles 
but not be longer than five pages.

5. References
5.1. List the References alphabetically. Examples: 
(a) Articles from journals: Last name CD, Last name CD (2009): Title of the 

article. Title of the journal (abbreviated form) 135: 122–129.
(b) Chapters in the book: Last name ED, Last name AS, Last name IP (2011): 

Title of the pertinent part from the book. In: Last name CA, last name IF (eds.), Title 
of the book, Vol.4, Publisher, City

(c) Books: Last name VG, Last name CS (2009): Title of the cited book. Publisher, 
City

(d) Dissertations: Last name VA (2009): Title of the thesis. Doctoral dissertation, 
University, City

(e) Unpublished articles: designation “in press” should be used only for papers 
accepted for publishing. Unpublished articles should be cited in the same way as 
published articles except that instead of journal volume and page numbers should 
write “in press” information. 

(f) Articles reported at scientific meetings and published in extenso or in a sum-
mary form: Last name FR (2011): Proceedings, Name of the meeting, Meeting organ-
izers, Venue, Country, 24–29.

(g) World Wide Web Sites and other electronic sources: Author’s last name, 
Author’s initial. (Date of publication or revision). Title, In: source in Italics, Date of 
access, Available from: <Available URL>. Use n.d. (no date) where no publication 
date is available. Where no author is available, transfer the organization behind the 
website or the title to the author space. 
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5.2. References in the text should include author’s last name and the year of 
publishing. When there are two authors both should be cited, but in case of three or 
more authors, cite the first author only and follow with et al.

5.3. If two or more articles of the same author or authors published in the same 
year are cited, designate the publishing years with letters a, b, c, etc., both in text and 
reference list. 

5.4. The names of the periodicals should be abbreviated according the instruc-
tions in the Bibliographic Guide for Authors and Editors (BIOSIS, Chemical Abstracts 
Service, and Engineering Index, Inc.).

5.5. Do not translate references to the language of the article. Write the names 
of cited national periodicals in their original, shortened form. For example, for the 
reference in Serbian language, put (Sr) at the end of the reference. 

6. Units, names, abbreviations, and formulas
6.1. SI units of measurement (Système international d’unités) should be used but 

when necessary use other officially accepted units. 
6.2. Write the names of living organisms using Italics font style. 
6.3. Abbreviated form of a term should be put into parenthesis after the full name 

of the term first time it appears in the text. 
6.4. Chemical formulas and complex equations should be drawn and prepared 

for photographic reproduction.

7. Figures
7.1. Authors may use black-and-white photographs and good quality drawings.
7.2. A caption with the explanation should be put below each figure. 

8. Tables
8.1. Type tables on separate sheet of papers and enclosed them at the end of the 

manuscript. 
8.2. Number the tables using Arabic numerals.
8.3. Above each table, write a capture with table explanation. 
8.4. On the left margin, indicate the place of the tables in the text.

9. Electronic copy of the article
9.1. After the acceptance of the article, send a CD with final version of the manuscript 

and a printed copy to facilitate technical processing of the text. Articles should be written 
in Microsoft Word format and sent to the Editorial office of the Matica Srpska Journal 
for Natural Sciences, 1 Matica Srpska Street, 21000 Novi Sad (Uredništvo Zbornika 
Matice srpske za prirodne nauke, Matice srpske 1, 21000 Novi Sad). 

9.2. Before printing, the manuscripts shall be sent to the authors for the approval 
of final version. Corrections of the text prepared for printing should be restricted to 
misspelling and printing errors as much as possible. For major changes of the text, a 
fee will be charged. Corrected manuscript should be returned to the Editorial office 
as soon as possible.
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