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Abstract
Purpose The study of interactions between humic substances (HSs) and soil filamentous fungi is the key to understanding the
sustainable soil functioning. The present work aims to examine the decomposition of HSs by filamentous dark-pigmented fungus
Alternaria alternatа under the laboratory conditions and to determine the effect of easily assimilable organic carbon on this
process. Analyzing such polydisperse substances like HSs by a complex integrated methodology makes it possible to explore the
data on their decomposition by microorganisms.
Materials and methods To achieve the aforementioned goals, we used chromatographic and spectroscopic approaches: low-
pressure size-exclusion and hydrophobic interaction chromatography accompanied by absorption and fluorescence spectroscopy.
To determine the effect cometabolism conditions produced on HS decomposition, two types of carbon substrates were added to
the nutrient media: easily assimilable organic carbon (standard 0.3% or reduced 0.03% sucrose content) and hardly assimilable
organic carbon (HSs), as well as their combinations. Five HS samples of different organic matter origin have been inspected:
potassium humates (HPs) and humic acids (HAs) from coal, peat, and lignosulfonate. Correlation matrix and principal compo-
nent analysis (PCA) were calculated for comprehensive data analysis.
Results and discussion Transformations of the investigated HSs under fungal cultivation lead to the increase in the lowmolecular
weight fraction, rise of hydrophilic fraction, enlargement of absorbance ratio A250/A365, shortening of the emission wavelength of
the humic-type fluorescence, and growth in the fluorescence quantum yield measured with excitation at 355 nm. A positive
correlation was observed between the accumulation of fungal biomass and the degree of HS decomposition. PCA analysis
confirms that the difference in the results of HS decomposition largely depends on the sucrose content and the nature of HSs.
We divided all the HS samples into four groups according to the degree of HS decomposition: original HS solutions, HPs altered
using fungal cultivation at 0.03% sucrose, HAs after fungal cultivation at 0.03% sucrose, and finally, HSs (both HPs and HAs)
after fungal cultivation at 0.3% sucrose.
Conclusions In the laboratory experiments, we showed that (1) the isolated HAs were more effectively degraded than the parent
HPs, and this process was more pronounced at a reduced sucrose content, and (2) the decomposition of stable organic compounds
(HSs) was activated by the easily assimilable carbon sources (especially 0.3% sucrose) being present. We assume that it is the
easily assimilable organic carbon that most likely triggers the HS degradation working as the priming effect in natural
environments.
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Abbreviations
A 2 5 0 /
A365

Absorbance ratio at 250 nm and 365 nm

CDOM Chromophoric dissolved organic matter
FAs Fulvic acids
HAcoal Humic acid isolated from HPcoal
HApeat Humic acid isolated from HPpeat
HAs Humic acids
HIC Hydrophobic interaction chromatography
HPcoal Potassium humates produced from coal
HPlingo Potassium humates produced from lignosulfonate
HPpeat Potassium humates produced from peat
HPs Potassium humates
HSs Humic substances
LPSEC Low-pressure size-exclusion chromatography
PCA Principal component analysis
QY355 Fluorescence quantum yield at 355 nm
RP-HIC Reversed-phase hydrophobic interaction

chromatography

1 Introduction

Humic substances (HSs) play a crucial role in the biosphere,
as they take part in various processes considered as prerequi-
sites for the well-being of both terrestrial and aquatic ecosys-
tems. Filamentous fungi are involved in HS turnover, includ-
ing the processes of HS synthesis (humification), as well as
their decomposition and mineralization (Gramss et al. 1999;
Zavarzina et al. 2011). Various functional groups of filamen-
tous fungi, especially the wood decomposers (soft-rot asco-
mycetes, brown-rot and white-rot basidiomycetes) or litter and
soil-inhabiting fungi (soil filamentous fungi, saprotrophic ba-
sidiomycetes), perform a number of essential functions in HS
turnover. However, it is still not clear which functions are
performed by the particular groups of fungi.

Soil filamentous fungi comprising ascomycetes,
deuteromycetes, and zygomycetes constitute an important
group of soil microbial community and predominate over
the other fungal groups at the early stages of litter decompo-
sition (Lindahl et al. 2007). In litter or mineral soil horizons,
the soil filamentous fungi can synthetize humic acids (HAs)
and modify lignin and HSs (Zavarzina et al. 2011).
Noteworthy, white rot and litter-decomposing fungi are much
more active in the processes of HS degradation and mineral-
ization, whereas ascomycetes influence mainly the processes
of modifying and polymerizing humic materials (reviewed by
Grinhut et al. 2007). For a long time, the capability of soil
filamentous fungi contributing to humification has been

attributed mainly to the intracellular production of melanins,
i.e., the high molecular weight polyphenol-like dark pigments
(Valmaseda et al. 1989). Fungal melanins constitute one of the
cornerstones for the hypothesis of soil humification processes,
being considered as the presumable precursors of the soil HSs,
since they both exhibit similar physical and chemical
characteristics.

Soil filamentous fungi Alternaria are considered to be one
of the most common saprophytic fungal genera on the planet
(Dang et al. 2015). Hyphal cells are darkly pigmented with
melanin, which protects hyphae and spores from the environ-
mental stress (Carzaniga et al. 2002), and take part both soil
humus formation and decomposition. Therefore, an experi-
mental study of some aspects of interactions between HSs
and Alternaria spp. is of a special environmental interest be-
cause it may elucidate the process and mechanisms of sustain-
able soil functioning.

Interactions between HSs and fungi are considered to be a
cometabolic processes; i.e., HS decomposition is associated
with metabolism of the easily assimilable organic carbon
(Zavarzina et al. 2011). Moliszewska and Pisarek (1996) re-
ported that in the case when HSs were the sole carbon source,
Alternaria alternata could not consume it to build up the
mycelium. Rezacova et al. (2006) showed that A. alternata
is able to modify soil HSs and did not find any significant
impact of glucose on utilization of either HAs or fulvic acids
(FAs) by microfungi. At the same time, some other species of
ascomycetes (for example, some representatives of the genus
Trichoderma) can develop on media with HAs and coals,
exploiting them as the sole source of carbon (Gramss et al.
1999; Silva-Stenico et al. 2007). These contradictory findings
demonstrate that the role the assimilable organic carbon plays
in the process of decomposing hard-to-reach C substrates,
such as HSs, by A. alternata remains still unclear.

A set of laboratory experiments with pure cultures to study
the ways and conditions under which these fungi can decom-
pose HSs could shed light on this issue. To evaluate transfor-
mations of HS chemical structure, various methods have been
developed and are being applied now. Since polydispersity of
HSs significantly impedes the interpretation of the data on
their composition and properties, it is fractionation techniques
that are currently used as being comparatively more informa-
tive. Thus, conventional low-pressure size-exclusion chroma-
tography (Perminova et al. 2003; Zavarzina et al. 2008) is
often used to characterize HSs. Hydrophobic interaction chro-
matography (HIC) allows us to obtain the distribution patterns
of hydrophobic and hydrophilic fractions at various degrees of
hydrophobicity and to contribute to understanding the HS
chemical structure (Stepanov 2005; Debska et al. 2007;
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Stepanov 2008). Both of these methods can be highly valuable
for analyzing HS in the fungal growth media, which can be
considered as a complicated mixture of HS, melanin moieties,
and fungi metabolites.

Among the basic tools used to study the natural organic
matter, the absorbance and fluorescence spectroscopy are to
be mentioned (Boyle et al. 2009; McKay et al. 2016;
Yakimenko et al. 2018). In particular, they are often used to
characterize HS and chromophoric dissolved organic matter
(CDOM) which naturally occurs in waters (Patsayeva and
Reuter 1995; Shubina et al. 2010; Patsaeva et al. 2018).
Numerous studies in the field have shown direct correlations
between the optical, physical, and chemical properties of
CDOM, such as molecular size, lignin content, and aromatic-
ity (Helms et al. 2008; Fichot and Benner 2012; Wünsch et al.
2018). Therefore, indexes such as absorbance ratios (A250/
A365), fluorescence emission maximum at λEx = 355 nm,
and fluorescence quantum yield at 355 nm appeared to be
very informative to characterize the molecular size, degree
of aromaticity, type of fluorescence, transformation, and or-
igins of CDOM (Coble 1996; Wünsch et al. 2015;
Trubetskoj et al. 2018). This evidence allowed us to con-
clude that a set of spectroscopic analyses could be likewise
applied to studying HS transformations in colored liquid
growth media, since they have a lot of generic and chemical
similarities with CDOM.

The major objective of this experimental work was to ex-
amine the decomposition of HSs by filamentous dark-
pigmented fungusA. alternatа under the laboratory conditions
and to determine the effect produced by the easily assimilable
organic carbon on this process. To evaluate the degree of HS
decomposition, we used two groups of methodological prox-
ies: chromatographic (low-pressure size-exclusion chroma-
tography (LPSEC) and reversed-phase hydrophobic interac-
tion chromatography (RP-HIC)) and spectroscopic (absor-
bance and fluorescence).

2 Materials and methods

2.1 Fungal culture

As a potential agent for HS decomposition, we used a strain of
pure culture Alternaria alternatа (Fr.) Keissl, i.e., the dark-
colored species with a documented synthesis of melanin (Kirk
et al. 2008). Aqueous suspension of the fungal spore was
obtained by flushing off the surface of the 14-day colonies
followed by filtration through a sterile fine steam sieve.
Suspension of the fungal spores with the density of 1 × 106

(1.0 ml) was introduced into 100 ml of Czapek nutrient me-
dium with the following mineral composition (g/l): 3.0
NaNO3, 1.0 K2HPO4, 0.5 MgSO4, 0.5 KCl, and 0.001
FeSO4, pH 5.5–6.0. Stock pure culture A. alternatа was

cultivated on the Czapek agar medium with 15 g/l of agar
content. All reagents had the highest grade available.

After 14 days of exposure, the cultural liquid was separated
from the mycelium via filtration through a cellulose acetate
membrane with 0.2 μm pore size (Chromafil, Macherey-
Nagel, Germany). The cultural liquid was sampled and sub-
jected to chromatographic and spectroscopic analyses.

Fungal mycelium dry mass was determined by weighting
after the cultural liquid had been filtered through an ash-free
paper filter, and the biomass had been dried at 120 °C to
constant weight.

2.2 Humic substances

Five samples of HSs with different organic matter origins
were used (Table 1):

– Three commercially available water-soluble potassium
humates produced from coal (HPcoal), peat (HPpeat), and
lignosulfonate (HPligno)

– Two HAs isolated from the abovementioned HPcoal and
HPpeat (HAcoal and HApeat)

HAcoal and HApeat were isolated from the corresponding
HSs after precipitation of HA-like fraction by acidification
of the filtered alkaline solution of initial humates. Precipitate
was centrifuged, dialyzed, and dried. In all the samples, the
elemental content was determined using a CHN analyzer
(Carlo Erba) and ash content was determined after ignition
at 900 °C in a muffle oven.

To be introduced into a culture medium, the HS samples
were sterilized before fungal inoculation. Sterilization was
carried out in twoways: by a photochemical sterilization using
UV treatment for 25 min and by mechanical sterilization, i.e.,
the filtration using membrane filters (Millipore) with the pore
diameter of 0.22 μm.

Table 1 Some characteristics of humic substances (HSs), % of dry
matter

Humic substance HS source Ash С N H S

Potassium humates

HPligno Lignosulfonate 40.0 34.96 0.37 3.65 3.97

HPpeat Peat 25.8 42.27* 1.06 4.34 0.74

HPcoal Coal 32.1 26.20 1.32 3.58 0.55

Humic acids

HApeat HPpeat 2.4 50.22 2.41 4.29 0.31

HAcoal HPcoal 5.1 55.64 1.21 6.44 0.47

*C content in the original liquid product is 3.26%
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2.3 Experimental design

To determine the effect of cometabolism conditions on HS
decomposition during A. alternata cultivation, two types of
carbon substrates were introduced into a nutrient medium:
easily assimilable organic carbon (as sucrose), hardly assimi-
lable organic carbon (as HSs), and their combinations. In the
course of several sets of experiments, HSs were added into
100-ml flasks with liquid Czapek medium at varying concen-
trations (as described below) into a standard (0.3%) or reduced
(0.03%) sucrose content. The sample was used as a pure con-
trol, and the fungal culture was cultivated on a nutrient medi-
um containing 0.3% sucrose without HSs (pure control). As
analytical controls, the HS solutions were used at the same
concentrations as those introduced into the nutrient medium
before the spore inoculation for A. alternata cultivation (con-
trol no A. alternata).

In two sets of experiments, HSs were added to the growth
medium in the following way:

1. For the experiments with LPSEC and spectroscopy, the
amount of HSs to be added was normalized by C content
or matter content. Potassium humates (HPs) (HPcoal,
HPpeat, and HPlingo) were added to the growth medium
at the concentrations capable of providing the content of
carbon equal to the one in 0.03% sucrose (0.126 g C/l)
(0.48 g/l HPcoal, 3.87 g/l HPpeat, and 0.32 g/l HPligno). HAs
(HApeat and HAcoal) were applied at 100 mg/l, since this
concentration is considered to be of high biological activ-
ity (Tikhonov et al. 2010).

2. To analyze the cultural liquid using RP-HIC, HSs were
added to the nutrient medium at their biologically active
concentration (200 mg/l for HPcoal and HPpeat and
100 mg/l for HApeat and HAcoal).

Before the stage of spectral and chromatographic measure-
ments, the cultural liquids of all samples were filtered through
a cellulose acetate membrane with 0.2 μm pore size
(Chromafil, Macherey-Nagel, Germany).

2.4 Measurements

2.4.1 Low-pressure size-exclusion chromatography

Before and after incubation with a fungal culture, the mo-
lecular weight distributions of initial HSs and their de-
composition products were studied using LPSEC (chro-
matograph BioLogic LP, Bio-Rad).

After cultivating A. alternatа at various concentrations
of HSs and sucrose, as described in Section 2.2, the sam-
ples of filtered cultural liquids were applied to a 10 ×
560 mm chromatography column filled with Sephadex
G-50 gel. Tris-HCl buffer (pH 8.2) was used as an eluent;

the flow rate was 0.50 ml/min, and the sensitivity was
0.05, 0.1, or 0.2, depending on the concentration of the
sample solution. To obtain elution profiles, the absorption
of the solution was measured using UV detection at a
wavelength of 208 nm in a flow quartz cuvette.
Apparent molecular weights were determined by
Determan’s formulae for globular proteins (Osterman
1985). Percentage of each fraction in HAs was evaluated
by calculating chromatographic peak areas as described in
Zavarzina et al. (2002). The weight average molecular
masses were calculated as described in Kudryavtsev
et al. (2000).

2.4.2 Reversed-phase hydrophobic interaction
chromatography

Distributions of hydrophobic and hydrophilic fragments
were determined in cultural liquids using RF-HIC operat-
ed on Octyl Sepharose CL-4B (Pharmacia, Sweden) with
0.05 M Tris-HCl buffer (pH 8.2) as an eluent. After cul-
tivating A. alternatа at different ratios of sucrose and HSs
as described in Section 2.2, filtered cultural liquids were
fractionated. The sample volume was 0.5 ml; the rate of
filtration was 1 ml/min; the eluate absorbance was moni-
tored at 280 nm; a 1 × 10 cm column (Amicon) was used.
Adding salt (20% ammonium sulfate) in the initial buffer
increased the polarity of the eluent and hindered the hy-
drophobic fragments of separated molecules to interact
wi th hydrophobic ge l mat r ix (Os te rman 1985;
Milanovskii 2006). The first two fractions (A and B) elut-
ed from the column in the presence of ammonium sulfate
had predominantly hydrophilic properties.

To increase the step gradient of 0–0.2%, sodium dodecyl
sulfate (SDS) was used as a detergent. The gradient profile
was formed by an Ultrograd 11300 device (LKB). While the
detergent gradient was increasing, the elution of hydrophobic
fractions occurred: hydrophobic fraction C was eluted weakly
at 0.1% SDS and hydrophobic fraction D at 0.2% SDS
(Stepanov 2005, 2008). To evaluate the percentage of each
hydrophobic and hydrophilic fraction in HSs, chromatograph-
ic peak areas were calculated on similarity as described in
Zavarzina et al. (2002).

2.4.3 Spectral measurements

Absorption was measured for the samples of filtered cul-
tural liquids after cultivating A. alternatа in various con-
centrations of HS and sucrose. These samples had been
placed in a quartz cuvette with a 1-cm optical path with
the spectrophotometer Solar PV 2201 (Belarus) within the
spectral range 200–1000 nm using distilled water as
blank. Fluorescence spectra were measured by the lumi-
nescence spectrometer Solar CM2203 (Belarus) at several
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wavelengths of the exciting radiation (270 nm, 310 nm,
and 355 nm) for aqueous solutions and cultural fluids in
quartz cuvettes at a 90° geometry. To reduce the inner
filter effect on fluorescence measurements, the samples
were diluted by distilled water to get absorbances < 0.1.
The absorbance ratio at 250 nm and 365 nm (A250/A365)
was calculated as described in Trubetskoj et al. (2018).
Based on both the wavelength-integrated fluorescence in-
tensities and absorbance values at an excitation wave-
length (measured for diluted samples), the fluorescence
quantum yield (QY) values were calculated using quinine
sulfate solution in 0.1 N H2SO4 as a reference with a
fluorescence QY value of 0.55 as described in Milyukov
et al. (2007).

2.5 Statistics

Correlation matrix and the Pearson correlation coefficient
were calculated, and principal component analysis (PCA)
was carried our using XLSTAT software, 2014. An aggre-
gate of 16 samples characterized by seven parameters
each was incorporated into PCA. These parameters in-
cluded pH; increment of biomass % to pure control; pro-
portion of low MWF, %; absorbance ratios (A250/A365);
fluorescence emission maximum at λEx = 355 nm; fluores-
cence quantum yield at 355 nm (QY355), %; and propor-
tion of hydrophilic to hydrophobic fractions as shown in
Tables 2, 3, and 4.

3 Results

3.1 Effect of A. alternatа on molecular weight
distribution and spectral characteristics of HSs
in growth medium at different contents of sucrose
as easily assimilable organic carbon

Relying on both the literature and our results, the effectiveness
of HS decomposition during the fungal growth was evaluated
by means of an integrated approach including the following
analyses: biological (biomass increment in relation to pure
control samples), spectral (increase of A250/A365 ratio, de-
crease of the humic-like emission maxima, and increase in
QY355 values relative to analytical control samples), and chro-
matographic (increase in the proportion of the low molecular
weight fractions and change in the molecular weight of the
lowmolecular weight fractions in relation to analytical control
samples). For a full list of indicators, see Tables 2 and 3 for
HPs and HAs, respectively.

Molecular mass fractionation of the cultural liquid with
different sources of carbon in treatments before and after fun-
gal growth revealed that all the investigated samples contained
the compounds of different molecular weight, which can be
roughly divided into two fractions: that of high and that of low
molecular weight. The sum of low molecular weight fractions
and high molecular weight fractions is 1 (or 100%). The pres-
ence of these fractions is clearly seen on chromatograms as
two peaks (Table 2). Thus, high molecular weight fractions
were represented by the compounds of molecular weight

Table 2 Effect of different rates of sucrose and humates on A. alternatа biomass increment, molecular weight distribution, absorbance ratios (A250/
A365), fluorescence emission maximum at λEm 355 nm (Emmax), and fluorescence quantum yield at 355 nm (QY355) in cultural liquids

Sample pH Increment of biomass % to pure control Low molecular weight
fraction

A250/A365 λEm, nm (λEx = 355 nm) QY355, %

MW range, Da Mass %

Aa_0.3% sucrose 8.3 – 3600 ÷ 6700 65 47.1 438 5.9

HPligno
Control: no Aa 9.0 – 4800 ÷ 6200 20 5.1 432 0.42

Aa_0.03% sucrose 6.3 − 46 4600 ÷ 6100 20 2.3 439 0.12

Aa_0.3% sucrose 7.8 20 3400 ÷ 5900 67 5.8 425 1.58

HPpeat
Control: no Aa 8.6 – 2100 ÷ 3600 30 2.9 460 0.31

Aa_0.03% sucrose 6.8 nd nd nd 2.7 450–447 0.17

Aa_0.3% sucrose 8.6 − 18 2100 ÷ 3600 30 3.2 437 0.61

HPcoal
Control: no Aa 8.8 – 4800 ÷ 6200 8 2.3 480 0.27

Aa_0.03% sucrose 7.0 − 11 4800 ÷ 7500 28 2.1 448–460 0.40

Aa_0.3% sucrose 8.7 16 4800 ÷ 6600 39 9.2 438 5.46

Aa Alternaria alternata, nd no data
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ranging from 19,900 to 23,400 Da for all the studied samples.
It may be represented by both high molecular metabolites of
A. alternata and compounds of humic or melanin nature. The
proportion of high molecular weight fractions decreased in the
process of fungal growth in the samples with HS introduction
(such as HPs and those isolated from HAs) in relation to the
analytical control samples. At the same time, the proportion of
low molecular weight fractions increased. Therefore, the mo-
lecular weight of the compounds representing low molecular
weight fractions varies (Tables 2 and 3). Thus, the molecular
weight of A. alternata cultural liquid in the Czapek medium is
3600 ÷ 6700Da, HPcoal and HPligno are characterized by peaks

corresponding to 4800 ÷ 6200 Da, while HPpeat has molecular
weight fluctuating in the range of 2100 Da and 3600 Da. This
is evidence for the set of low molecular weight fractions in the
composition of the studied HSs being significantly diverse.

Tables 2 and 3 show that high molecular weight fractions
predominate in analytical control samples achieving 66–92%.
In all the cases when the fungal biomass growth was observed
in the medium with HSs, a relative decrease in the proportion
of high molecular weight fractions and accumulation of low
molecular weight fractions in 2.2–4.8 times simultaneously
occurred, which can be interpreted as HS decomposition per-
formed by the fungi.

This tendency appeared to be especially pronounced at
higher concentrations of easily assimilable organic carbon in
the nutrient medium (0.3% sucrose) (Fig. 1a). The biomass
increment also appeared to be the highest in the samples cul-
tivated on 0.3% sucrose. HS decomposition is also carried out
with a decrease in sucrose concentration in the medium to
0.03%, but less intensively.

Apart from the sucrose concentration in medium, the chem-
ical nature of HSs affects the patterns of HS transformation.
Thus, the decomposition patterns of water-soluble potassium
humates and those of protonated HAs are different. In the
experiments with HAs, sharper regularities were observed
(Table 3) . The compounds of molecular weight
3300 ÷ 6600 Da, typical of fungi metabolites, appeared in
the medium with 0.3% sucrose after HApeat was transformed.
Yet, in a nutrient medium with 0.03% sucrose, the molecular
weight of low molecular weight fraction compound is lower
(2300 ÷ 3400 Da), which indicates a slower decomposition of
HApeat.

In experiments with HPs, the data vary for different sam-
ples (Table 2), potentially accounting for the differences in
their origin and chemical composition (Table 1). The most

Table 3 Effect of different rates of sucrose and humic acids on A. alternatа biomass increment, molecular weight distribution, absorbance ratios (A250/
A365), fluorescence emission maximum at λEm 355 nm (Emmax), and fluorescence quantum yield at 355 nm (QY355) in cultural liquids

Sample pH Increment of biomass % to pure control Low molecular weight
fraction

A250/
A365

λEm, nm (λEx = 355 nm) QY355, %

MW range, Da Mass %

HApeat

Control: no Aa 8.6 – 1640 ÷ 3400 34 2.6 454 0.67

Aa_0.03%
sucrose

6.9 14 2300 ÷ 3400 73 9.2 455–465 1.06

Aa_0.3% sucrose 8.3 22 3100 ÷ 6600 77 17.0 430 6.8

HAcoal

Control: no Aa 8.5 – 2900 ÷ 5300 33 4.2 489 2.13

Aa_0.03%
sucrose

6.1 − 19 3600 ÷ 5300 57 11.1 456–465 0.69

Aa_0.3% sucrose 8.3 19 3400 ÷ 6700 73 11.9 430 4.25

Aa Alternaria alternata

Table 4 Proportions of hydrophilic and hydrophobic fractions in
A. alternatа cultural liquids

Sample HPI
(A + B)

HPO
(C + D)

HPI/HPO
(A + B)/(C + D)

Aa_0.3% sucrose 90 10 9.0

HAcoal

Control: no Aa 59 41 1.4

Aa_0.3% sucrose 72 28 2.6

HApeat

Control: no Aa 34 66 0.5

Aa_0.3% sucrose 70 30 2.3

HPcoal
Control: no Aa 33 67 0.5

Aa_0.3% sucrose 67 33 2.0

HPpeat
Control: no Aa 37 63 0.6

Aa_0.3% sucrose 79 21 3.8

HPI is the hydrophilic fraction, and HPO is the hydrophobic fraction

Aa Alternaria alternata
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expressed accumulation of low molecular weight fractions
was observed for samples with HPcoal; namely, its level was
increasing as the content of easily assimilable organic carbon
in the medium increased. In the HPligno sample after the
growth of A. alternata, the compounds with a molecular
weight of less than 4000 Da (which are characteristic of
micromycete metabolite and are not characteristic of
HPligno_no Aa) appeared in low molecular weight fractions.

This effect was revealed only when the sucrose content was
standard; with the decrease in the content, the accumulation of
low molecular weight fractions was not observed.

Spectral characteristics also indicate HS decomposition by
filamentous fungi. Absorbance ratios A250/A365, which appeared
to correlate negatively with molecular size (Trubetskoj et al.
2018), in most cases, increased in a raw Banalytical control (no
A. alternata)–A. alternata_0.03% sucrose–A. alternata_0.3%

Fig. 1 Changes in share of low
molecular weight fractions (a),
absorbance ratios (A250/A365) (b),
and fluorescence emission
maximum at λEm 355 nm
(Emmax) (c) as affected by
A. alternata growth (normalized
by corresponding control value
for each HS—control no
A. alternata)
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sucrose^ (Tables 2 and 3). This fact confirms the decrease in the
molecularweight of CDOM; at that, it ismore expressed for HAs
rather than for HPs. Changes in the position of the fluorescence
maximum correspond to HS decomposition triggered by fungal
activity; namely, in the analytical control of HPs or HAs, the
emission of maximum wavelength is the highest (460–
500 nm), and it is decreased in the process of fungal growth.
Moreover, the shift of HS fluorescence band to the short-wave
side is stronger with a higher content of sucrose. That is, under
the fungal action, HS decomposition affects mainly the com-
pounds with a lower molecular weight (and appears to be more
hydrophilic, according to the chromatographic data).

In addition, QY355 value increases (Tables 2 and 3) in a raw
Banalytical control (no A. alternata)–A. alternata_0.03% su-
crose–A. alternata_0.3% sucrose.^ Taking into account the
previously obtained results, according to which lowmolecular
weight CDOM fractions were observed to have higher QY
values (Milyukov et al. 2007), the increase in QY355 value
may implicitly indicate the decrease in both the molecular
weight and the size of fractions during the fungal growth.

A partial deviation from the trends described above to the
ones of spectral indices was observed in the experiments with
HPligno. It should be noted that the analytical control HPligno
differs from the other HS analytical controls with higher values
of A250/A365 ratio (5.1) and QY355 value (0.42) and with a shift
of the fluorescence maximum upon excitation at 355 nm to
shorter wavelengths (432 nm). It may be caused by low molec-
ular weight phenolic compounds releasing from the source of
organic material (lignosulfonate) during the manufacturing pro-
cess (Yakimenko and Terekhova 2011; Fedoseeva et al. 2018).

The above-described patterns are presented in Fig. 1. The
biomass of the fungal culture positively correlated with other
indices indicating HS transformation under fungal metabolites.
The proportion of low molecular weight fractions, A250/A365

ratio, and QY355 values were the highest for the samples culti-
vated with a higher sucrose concentration. It should be men-
tioned also that of all HS samples, it is the isolated HAs rather
than the initial HPs that are most effectively degraded. Thus, the
sample Aa_HApeat_0.3% sucrose is characterized by the follow-
ing indicators: the proportion of LMFW is 77%; the A250/A365

ratio is 17; the QY355 value is 6.8. To compare, here come the
indicators of analytical control of HApeat: the proportion of
LMFW is 34%; the A250/A365 ratio is 2.6; the QY355 value is
0.67. A sample of HApeat can be considered as the most suscep-
tible to microbial transformation under the proposed experimen-
tal conditions.

Thus, the following regularities can indicate the HS transfor-
mation under fungal metabolites: the decrease in the proportion
of high molecular weight fractions and the change in the molec-
ular weight of low molecular weight fractions in relation to ana-
lytical control, the increase in A250/A365 ratio and the decrease in
the humic-like emission maxima, and finally, the increase in
QY355 values.

3.2 The effect of A. alternatа on distribution
of hydrophobic and hydrophilic fragments of HSs
in growth medium

Experiments on hydrophilic-hydrophobic distribution of HS
components may prompt a better understanding of the proba-
ble ways and common patterns typical of HS transformation
induced by A. alternata. The entire spectrum of the fractions
distributed according to the degree of hydrophilicity/
hydrophobicity shown in the increasing SDS gradient is rep-
resented by the following components: the most hydrophilic
A and B (elution time 0–60min), relatively weak hydrophobic
C (60–100 min), and relatively hydrophobic D (100–
150 min). The selected HIC profiles are presented in the
Electronic Supplementary Material.

Distribution of amphiphilic components in A. alternata
cultural liquids (Electronic Supplementary Material) indicates
the dominance of hydrophilic components (fraction A: labile,
easily soluble organic compounds). It can be assumed that this
fraction is represented by residual nutrients (carbohydrates) of
nutrient medium and metabolites of fungal culture (water-
soluble proteins, fungal carbohydrates, hydrophilic
components of melanins) which accounts for 90% of the total
sum of the substances (Table 4).

By contrast, in HS solutions, hydrophobic fractions pre-
dominate and achieve 41–67% of the total sum of fractions
(Table 4). At the same time, these samples exhibit a more
complex composition of hydrophilic fractions; namely, sever-
al fractions eluting up to 60 min of analysis (i.e., not
interacting with the hydrophobic matrix) are observed on
HIC profiles (Electronic Supplementary Material). Probably,
a wide spectrum of hydrophilic fractions may occur because
of a complex composition of HS polar organic moieties (ami-
no acids, carbohydrates, fulvates, and other organic com-
pounds with a high content of functional groups on the surface
of the molecules).

HSs decomposed by A. alternata are characterized by a de-
crease in hydrophobic fractions as compared to the correspond-
ing HSs without fungal growth (Table 4). During cultivation, the
easily assimilable moieties of HS molecules seem to be degrad-
ed, then associate, and a relative accumulation of soluble
(hydrophilic) organic compounds accumulate relatively.
Apparently, hydrophilic fractions of initial НРpeat and НАpeat

appear to be decomposed almost completely. This assumption
is supported by a drastic change in the way the hydrophilic
components distribute among HIC profiles in the samples before
and after the process of fungal culture incubation. Thus, three
powerful hydrophilic maxima (which were missing on HIC pro-
files of cultural liquids and the initial HPpeat) appear at the elution
time of 10 min, 13 min, and 14.3 min for the sample Aa_HPpeat
(Electronic Supplementary Material).

Table 4 presents the proportion of respective fractions and
the ratio of hydrophilic to hydrophobic fractions.
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The proportion of hydrophilic fractions in the initial sam-
ples of HSs varied from 33 to 59% of the total composition of
the fractions, and the degree of hydrophilicity (based on the
ratio of hydrophilic to hydrophobic fractions) for most sam-
ples is 0.4–0.6. The exception is HAcoal, in which the propor-
tion of hydrophobic fractions was markedly reduced.

During the growth of A. alternata in a medium with HS
addition, hydrophilic, more polar low molecular compounds ac-
cumulate in all samples. At the same time, during the growth of
A. alternata, a decrease in the proportion of hydrophobic frac-
tions (C +D) is observed. This trend can be traced to the increase
in the proportion of hydrophilic to hydrophobic fractions in the
samples from 0.5–1.4 to 2.0–3.7 after cultivation of A. alternata.
This can be regarded as an indicator of HS decomposition, since
the sample of fungal cultural liquid without HSs is characterized
by the absence of hydrophobic fractions (C + D).

Accumulation of hydrophilic compounds during A. alternata
growth takes place due to hydrophilic metabolites of fungal in-
creases, and the fungal culture consumes carbohydrates in nutri-
ent medium. An inverse correlation is observed between the data
sets for biomass increment and proportion of hydrophilic to hy-
drophobic fractions (the Pearson correlation coefficient is −
0.92). The reverse correlation is explained by the fact that the
least increase in biomass is observed when the consumption of
carbohydrates in nutrientmedium and the accumulation of fungal
metabolites are as the least active as possible; hence, the efficien-
cy of HS decomposition is reduced. For instance, the sample
Aa_HPpeat_0.3% sucrose is characterized by a high proportion

of hydrophilic to hydrophobic fractions (3.8) with negative bio-
mass growth (− 18%) and the lowest values of spectral HS de-
composition parameters (A250/A365 and QY355, %) in relation to
the samples after growth of A. alternata at 0.3% sucrose with
other HSs.

Thus, the efficiency of HS decomposition by fungal me-
tabolites increased drastically in the proportion of hydrophilic
fractions, while the most difficultly degraded hydrophobic
components of HSs decreased.

4 Discussion

A set of spectral and chromatographic indicators allowed to
elucidate various decomposition patterns of the HSs during
the fungal growth. They revealed that the changes in the initial
solutions of HSs resulted in the molecular weight transforma-
tion accumulating the low molecular weight fractions and the
increased hydrophilic fractions. Since all these transforma-
tions triggered the modifications of humic-like fluorescence
as changing the spectral properties, these chromatographic
and spectral indicators correlate differently with each other
and are characterized by different information contents
(Fig. 2). It seems that the most informative indicator for
assessing the HS decomposition is the one exhibiting A250/
A365 ratio and QY355 values, since these parameters are pos-
itively correlated with the majority of other indicators.

Fig. 2 Correlation map (p =
0.05): absence of correlation
(white boxes), negative
correlation (dark boxes), and
positive correlation (striped
boxes)
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In the course of our research, different patterns were found
in the transformation of various HS samples (HPs and HAs
from coal, peat, and lignosulfonate) performed by the
melanin-containing fungus A. alternata. The type of transfor-
mation largely depended on the presence of sucrose as an
easily assimilated carbon source. This was discovered while
studying the results of PCA that yielded four principal com-
ponents (PCs) with the highest values of squared cosines

(Table 5). PC1 explains 51% of total variance and shows
strong loadings for Δbiomass, low molecular weight frac-
tions, A250/А365, and QY355. PC2 explains 20% of the total
variances and shows strong loading for pH values.

Figure 3 illustrates the distribution of the HS samples
before (initial HS samples) and after (cultural liquids)
A. alternata cultivation. All the samples are divided into
four groups, depending on sucrose concentration and the
nature of HSs:

– Original HS solutions (both HPs and HAs) with negative
loadings on PC1 and PC2 with the exception of HPligno
with slightly positive loadings on PC1. The exception is
HPligno, which differs from other HS samples with fol-
lowing parameters: higher values of A250/A365 ratio,
QY355 value, and the shift of the fluorescence maximum
upon excitation at 355 nm to the shorter-wavelength
region

– HSs (both HPs and HAs) after fungal cultivation at 0.3%
sucrose with positive loadings on PC1. The only excep-
tion is HPpeat_Aa_0.3% (the fourth group), characterized by
a high proportion of hydrophilic to hydrophobic fractions

Table 5 Squared cosines of the variables and variance percentages
corresponding to the principal components

Variables PC1 PC2 PC3 PC4

pH 0.011 0.752 0.225 0.002

Δbiomass, % 0.633 0.136 0.009 0.109

Low molecular weight fraction, mass % 0.741 0.151 0.011 0.052

A250/А365 0.805 0.042 0.005 0.001

λEm, nm (λEx = 355 nm) 0.318 0.077 0.250 0.348

QY355, % 0.821 0.050 0.001 0.002

HPI/HPO 0.258 0.200 0.371 0.135

Values in italics correspond for each variable to the factor for which the
squared cosine is the largest

Fig. 3 Factor scores plot for the initial samples of humic substances and for the cultural liquids after growth of filamentous fungal culture in the principal
components 1 and 2
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with negative biomass increment and the lowest values of
spectral parameters of HS decomposition (A250/A365 и
QY355, %)

– HAs after fungal cultivation at 0.03% sucrose with posi-
tive loadings on PC2

– HPs after fungal cultivation at 0.03% sucrose with posi-
tive loadings on PC2 and negative loadings on PC1

The obtained results confirmed a positive role of assimila-
ble organic carbon in the process of decomposition of hard-to-
reach C substrates as HSs by A. alternata. The most effective
degradation occurs under the conditions of saturation of the
medium with easily assimilable organic carbon (in our exper-
iments with 0.3% sucrose). At the same time, the degree of HS
decomposition positively correlated with the accumulation of
fungal biomass. Thus, easily assimilable organic carbon plays
a triggering role in HS degradation by the fungi and enhances
the accumulation of fungal biomass. This is in a clear accord
with the recent views on the degradation of soil stable organic
compounds. It was hypothesized first and experimentally con-
firmed later that the easily assimilable organic carbon is re-
quired to trigger the mechanism of priming effects in order to
degrade them (Bingeman et al. 1953; Hardie et al. 2009;
Kuzyakov 2010).

Among the HS samples under scrutiny, the isolated HAs
were degraded more effectively than the original parent HPs.
The same effect was observed for both sucrose concentrations,
although under lower content (0.03%) conditions, it was much
more pronounced. The main difference between HPs and cor-
responding HAs lies in their composition: the former are HP
salts with a certain share of acid-soluble compounds (fulvic-
like fraction and non-humic organic substances), whereas the
latter are pure HAs (Table 1). It should be noted that HAs are
more readily degraded by A. alternata and other microfungi
than the smaller FA molecules, as reported earlier (Gramss
et al. 1999; Rezacova et al. 2006). The present work shows
for the first time the differences in degradation patterns for
acid and salt forms of the same HSs.

5 Conclusions

Detailed multifaceted laboratory experiments on the transfor-
mation of various HS samples (HPs and HAs of different
genesis of coal, peat, and lignosulfonate) by the melanin-
containing fungus A. alternata were carried out using a set
of contemporary techniques (namely, chromatographic and
spectral analyses). The obtained results enable us to identify
the contribution of ascomycetes to HS decomposition with
greater precision and gain a complex picture. The following
characteristics can indicate that HS transformation takes place:
a decrease in the proportion of high molecular weight

fractions and a change in the molecular weight of low molec-
ular weight fractions relative to analytical controls of HS sam-
ples, an increase in the proportion of hydrophilic fractions to
hydrophobic fractions, the increasing of A250/A365 ratio and
the decreasing of the humic-like emission maxima, and final-
ly, an increase in QY355 values.

The samples of both groups (HAs in protonated form and
HPs) were transformed under metabolites of pure culture of
microscopic filamentous fungi A. alternata. The isolated HAs
were degraded more effectively than the original parent HPs
that were much more pronounced at a lower sucrose content
(0.03%). It should be brought out specially that the most no-
ticeable changes in HS composition in the Czapek nutrient
medium with the growth of A. alternata occurred only in the
presence of an easily assimilated carbon source (especially at
0.3% sucrose). Thus, it can be concluded that the easily as-
similable organic carbon can stimulate the processes of fungal
decomposition of stable organic compounds like HSs.
Probably, in natural media (soil, water), the content of assim-
ilable organic carbon may trigger the mechanism of priming
effects (Hardie et al. 2009; Kuzyakov 2010), yet this is to be
investigated in further studies.

Funding information The study was funded by the RFBR research pro-
ject no. 18-016-00078.

Publisher’s note Springer Nature remains neutral with regard to jurisdic-
tional claims in published maps and institutional affiliations.

References

BingemanCW, Varner JE,MartinWP (1953) The effect of the addition of
organic materials on the decomposition of an organic soil. Soil Sci
Soc Am Proc 29:692–696

Boyle E, Guerriero N, Thiallet A, Del Vecchio R, Blough N (2009)
Optical properties of humic substances and CDOM: relation to
structure. Environ Sci Technol 43(7):2262–2268

Carzaniga R, Fiocco D, Bowyer P, O’Connell RJ (2002) Localization of
melanin in conidia of Alternaria alternata using phage display an-
tibodies. Mol Plant-Microbe Interact 15:216–224

Coble P (1996) Characterization of marine and terrestrial DOM in sea-
water using excitation-emission matrix spectroscopy. Mar Chem
51(4):325–346

Dang HX, Pryor B, Peever T, Lawrence CB (2015) The Alternaria ge-
nomes database: a comprehensive resource for a fungal genus com-
prised of saprophytes, plant pathogens, and allergenic species. BMC
Genomics 16:239

Debska B, Drag M, Banach-Szott M (2007) Molecular size distribution
and hydrophilic and hydrophobic properties of humic acids isolated
from forest soil. Soil Water Res 2(2):45–53

Fedoseeva E, Khundzhua D, Terekhova V, Patsaeva S (2018) Use of
absorption spectra and their second-order derivative to quantify deg-
radation of lignohumate by filamentous fungi. Proc SPIE 106142B:
1–7

Fichot CG, Benner R (2012) The spectral slope coefficient of chromo-
phoric dissolved organic matter (S275-295) as a tracer of terrigenous
dissolved organic carbon in river-influenced ocean margins. Limnol
Oceanogr 57(5):1453–1466

2686 J Soils Sediments (2019) 19:2676–2687



Gramss G, Ziegenhagen D, Sorge S (1999) Degradation of soil humic
extract by wood- and soil associated fungi, bacteria, and commercial
enzymes. Microb Ecol 37:140–151

Grinhut T, Hadar Y, Chen Y (2007) Degradation and transformation of
humic substances by saprotrophic fungi: processes and mechanisms.
Fungal Biol Rev 21:179–189

Hardie AG, Dynes JJ, Kozak LM, Huang PM (2009) The role of glucose
in abiotic humification pathways as catalyzed by birnessite. J Mol
Catal A Cheml 308:114–126

Helms JR, Stubbins A, Ritchie JD, Minor EC, Kieber DJ, Mopper K
(2008) Absorption spectral slopes and slope ratios as indicators of
molecular weight, source, and photobleaching of chromophoric dis-
solved organic matter. Limnol Oceanogr 53(3):955–969

Kirk PM, Cannon PF, Minter DW, Stalpers JA (2008) Dictionary of the
fungi (10th ed). CABI, Wallingford

Kudryavtsev AV, Perminova IV, Petrosyan VS (2000) Size-exclusion
chromatographic descriptors of humic substances. Anal Chim Acta
407(1–2):193–202

Kuzyakov Y (2010) Priming effects: interactions between living and dead
organic matter. Soil Biol Biochem 42:1363–1371

Lindahl BD, Ihrmark K, Boberg J, Trumbore SE, Hogberg P, Stenlid J,
Finlay RD (2007) Spatial separation of litter decomposition and
mycorrhizal nitrogen uptake in a boreal forest. New Phytol 173:
611–620

McKay G, Couch KD, Mezyk SP, Rosario-Ortiz FL (2016) Investigation
of the coupled effects of molecular weight and chargetransfer inter-
actions on the optical and photochemical properties of dissolved
organic matter. Environ Sci Technol 50(15):8093–8102

Milanovskii EYu (2006) Humus substances as a system of hydrophobic-
hydrophilic compounds. Dissertation, Lomonosov Moscow State
University

Milyukov AS, Patsaeva SV, Yuzhakov VI, Gorshkova OM, Prashchikina
EM (2007) Fluorescence of nanoparticles of organic matter dis-
solved in natural water. Mosc Univ Phys Bull 62(6):368–372

Moliszewska E, Pisarek I (1996) Influence of humic substances on the
growth of two phytopathogenic soil fungi. Environ Int 22(5):579–
584

Osterman LA (1985) Chromatography of proteins and nucleic acids,
Russia, Moscow

Patsaeva S, Khundzhua D, Trubetskoj OA, Trubetskaya OE (2018)
Excitation-dependent fluorescence quantum yield for freshwater
chromophoric dissolved organic matter from northern Russian
lakes. J Spectroscopy 3168320:3168320–1–3168320–7

Patsayeva S, Reuter R (1995) Spectroscopic study of major components
of dissolved organic matter naturally occurring in water. Proc SPIE
2586:151–160

Perminova IV, Frimmel FH, Kudryavtsev AV, Kulikova NA, Abbt-Braun
G, Hesse S, Petrosyan VS (2003) Molecular weight characteristics
of humic substances from different environments as determined by
size exclusion chromatography and their statistical evaluation.
Environ Sci Technol 37(11):2477–2485

Rezacova V, Hrselova H, Gryndlerova H, Miksik I, Gryndler M (2006)
Modifications of degradation-resistant soil organic matter by soil
saprobic microfungi. Soil Biol Biochem 38:2292–2299

Shubina D, Fedoseeva E, Gorshkova O, Patsaeva S, Terekhova V,
TimofeevM, Yuzhakov V (2010) The Bblue shift^ of emission max-
imum and the fluorescence quantum yield as quantitative spectral
characteristics of dissolved humic substances. EARSeL
eProceedings 9(1):13–21

Silva-Stenico ME, Vengadajellum CJ, Janjua HA, Harrison STL, Burton
SG, Cowan DA (2007) Degradation of low rank coal by
Trichoderma atroviride ES11. J Ind Microbiol Biotechnol 34(9):
625–631

Stepanov AA (2005) Structural features of amphiphilic humic acid frac-
tions from a southern chernozem. Eurasian Soil Sci 38(8):843–847

Stepanov AA (2008) Separation and characterization of amphiphilic hu-
mic acid fractions. Mosc Univ Soil Sci Bull 63(3):125–129

Tikhonov VV, Yakushev AV, Zavgorodnyaya YA, Bam B, Demin VV
(2010) Effects of humic acids on the growth of bacteria. Eurasian
Soil Sci 43(3):305–313

Trubetskoj OA, Richard C, Voyard G, Marchenkov VV, Trubetskaya OE
(2018) Molecular size distribution of fluorophores in aquatic natural
organic matter: application of HPSEC with multi-wavelength ab-
sorption and fluorescence detection following LPSEC-PAGE frac-
tionation. Environ Sci Technol 52(9):5287–5295

Valmaseda M, Martinez AT, Almendros D (1989) Contribution by
pigmented fungi to P-type humic acid formation in two forest soils.
Soil Biol Biochem 21:23–28

Wünsch U,Murphy KR, StedmonC (2015) Fluorescence quantum yields
of natural organic matter and organic compounds: implications for
the fluorescence-based interpretation of organic matter composition.
Front Mar Sci 2:98

Wünsch UJ, Stedmon CA, Tranvik LJ, Guillemette F (2018) Unraveling
the size-dependent optical properties of dissolved organic matter.
Limnol Oceanogr 63:588–601

Yakimenko OS, Terekhova VA (2011) Humic preparations and the as-
sessment of their biological activity for certification purposes.
Eurasian Soil Sci 44(11):1222–1230

Yakimenko O, Khundzhua DA, Izosimov A, Yuzhakov V, Patsaeva S
(2018) Source indicator of commercial humic products: UV-Vis
and fluorescence proxies. J Soils Sediments 18(4):1279–1291

Zavarzina AG, Demin VV, Nifant’eva TI, Shkinev VM, Danilova TV,
Spivakov BY (2002) Extraction of humic acids and their fractions in
polyethylene glycol-based aqueous biphasic systems. Anal Chim
Acta 452(1):95–103

Zavarzina AG, Vanifatova NG, Stepanov AA (2008) Fractionation of
humic acids according to their hydrophobicity, size, and charge-
dependent mobility by the salting-out method. Eurasian Soil Sci
41(12):1294–1301

Zavarzina AG, Lisov AA, Zavarzin AA, Leontievsky AA (2011) Fungal
oxidoreductases and humification in forest soils. In: Shukla G,
Varma A (eds) Soil enzymology, (Vol. 22 of Soil Biology), pp
207–229

J Soils Sediments (2019) 19:2676–2687 2687


	Biodegradation of humic substances by microscopic filamentous fungi: chromatographic and spectroscopic proxies
	Abstract
	Abstract
	Abstract
	Abstract
	Abstract
	Introduction
	Materials and methods
	Fungal culture
	Humic substances
	Experimental design
	Measurements
	Low-pressure size-exclusion chromatography
	Reversed-phase hydrophobic interaction chromatography
	Spectral measurements

	Statistics

	Results
	Effect of A.�alternatа on molecular weight distribution and spectral characteristics of HSs in growth medium at different contents of sucrose as easily assimilable organic carbon
	The effect of A.�alternatа on distribution of hydrophobic and hydrophilic fragments of HSs in growth medium

	Discussion
	Conclusions
	References




