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Abstract. The results of a study of growth characteristics, macromorphological features and biosynthetic potential of nine
dikaryotic strains of Sarcodontia crocea (Polyporales, Basidiomycota) maintained in the Komarov Botanical Institute Basidiomy-
cetes Culture Collection (LE-BIN) are presented. The strains studied were extracted from the basidiocarps collected on Malus
domestica in the Belgorod, Oryol and Rostov Regions, as well as by seeding of basidiospores. The cultural and morphological
characteristics and enzymatic activity of S. crocea were tested on both standard nutrient media (malt-extract agar — MEA, glucose-
peptone agar — GPA) and modified semi-synthetic agarized media. Original compositions has been developed and for the first time
nutrient media prepared using water-based wood extracts from Malus domestica (Malus-M) and Pyrus communis (Pyrus-M) have
been approved. It was found that a significant reduction in growth rates was observed during the cultivation of S. crocea
on agarized nutrient media of GPA, Malus-M and Pyrus-M. The studied strains on Malus-M and Pyrus-M exhibited high colony
variability, sparse mycelial mat, and loss of zonality and air mycelium intensity compared to MEA. It was shown that the composi-
tion of the nutrient medium strongly determined the ability of S. crocea strains to produce lignocellulolytic complex enzymes.
The cellulolytic activity was noted for strains on all media studied, but no reliable differences were found in the cultivation
of strains on sugar-rich MEA and three other semi-synthetic media. Only two strains (LE-BIN 2138 and 4355) were identified
as having high cellulolytic activity when grown on MEA. The absence of lignolytic complex enzyme activity was demonstrated
when the strains were cultivated on new modified semi-synthetic agarized media of Malus-M and Pyrus-M.
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Anrotanms.  TIpencTaBieHpl  pesynbTaThl HM3Y4eHHs DOCTOBBIX XapaTEpUCTHK, MaKpOMOP(OIOTHIECKHX MpH3HAKOB
1 OMOCHHTETHYECKOTO TIOTECHIMANA JIEBSITH IMKapHOTHYECKUX mTammoB Sarcodontia crocea (Polyporales, Basidiomycota), xpa-
ssnmxcs B Komnekupn kynetyp 6asunmomurieros BUH PAH (LE-BIN). VccnenoBannble mTaMMbl ObLTH MOMY4YeHbI U3 0a3uau-
oM, cobpannbix Ha Malus domestica B benropozckoit, OpiioBckoit 1 PocToBCKoil 061acTsIX, a Takxke IyTeM BbIceBa 6a3uoctiop.
KynbrypansHo-Moponornyeckie IpusHaky 1 (pepMEHTAaTHBHAs aKTHBHOCTB S. CrOCEa MCCIIEIOBAHBI PU BBIPAIMBAHNHY IITAM-
MOB KaK Ha CTaHJAPTHBIX MUTATEIBHBIX Cpefax (Majbl-9KCTPakT arape — MDA, riroko30-nientoHHOM arape — ['TIA), Tak u Ha
MOIM(UIMPOBAHHBIX MOTYCHHTETHYECKNX arapi30BaHHbIX cpenax. Pa3paboTaH opHrHHAIBHEIA COCTAB ¥ BIIEPBBIE alpOOMPOBa-
HBI TIHTATeNbHbIC CPE/Ibl, NPUTOTOBJICHHBIE C MCIOJIb30BAHUEM BOIHBIX KCTPakToB japeBeckubl Malus domestica (Malus-M)
u Pyrus communis (Pyrus-M). YcTaHOBIEHO, 9TO MpPH KyJIHTHBAPOBAHWM S. CrOCEA HA arapM30BAaHHBIX IMUTATEIBHBIX CPEIAX
T'TIA, Malus-M u Pyrus-M HaGmonanoch CyIecTBEHHOE CHIDKEHHE CKOPOCTH pocTa. IIpy BRIpaIMBaHIN HCCIETYEeMBIX IITaM-
MoB Ha Malus-M u Pyrus-M HaOmronanack 3HauMTeNbHAs BapHaOEIBHOCTh KOJOHHH, Pa3pexeHHOCTh MUIEHAIBHOTO MaTa,
a TaKoKe TI0TePs 30HAIBHOCTH H BBIPAXKEHHOCTH BO3TYIIHOTO MUIIENHS, IO cpaBHeHHIO ¢ MOA. Tloka3aHo, 4TO cOCTaB IIUTATeNb-
HOI CpEJIbI CYIIECTBEHHO OMPEIENsl CIIOCOOHOCTh ITAaMMOB S. CrOC€a K MPOTYKIMK (hePMEHTOB JTHTHO-IIEIUTFONOINTHYECKOTO
KoMmIuiekca. LlemmrononiTideckas akTHBHOCTB ObIlIa OTMEYEHa JIUIsl IITAMMOB Ha BCEX MCCIEAYEMBIX Cpeliax, P 3TOM HE BBISB-
JICHO JIOCTOBEPHBIX Pa3INyMil PH KyJbTUBUPOBAHUH IITAMMOB Ha OOraToi caxapamu cpene MOA u TpéX Ipyrux MoTyCUHTETH-
yeckux cpeax. Tombko st qByx mrammoB (LE-BIN 2138 1 4355) Obuta oOHapyskeHa BICOKas LICILTIONIONUTHYECKAs aKTHBHOCT
nipu KynbTHBHpoBaHHE Ha MOA. TIoka3aHO OTCYTCTBHE aKTUBHOCTH (DEPMEHTOB JIMTHOIMTHYECKOTO KOMILIEKCA MPH KYIbTHBU-
POBAHMH [ITAMMOB Ha HOBBIX MOIH(DHUIIMPOBAHHBIX MOTyCHHTECTHYECCKIX arapi30BaHHbix cpenax Malus-M u Pyrus-M.

KotoueBble croa: KcmiioTpodHble rpuOBI, (UTONATOTCHBI, KyJIbTUBUPOBAaHUE I'PUOOB, JUTHUHA3BI, CKOPOCTh POCTA
MMIENNS], IIEJUTI0IA3bl, YUCTBIE KYIBTYPBIL.
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Introduction

This paper continues the series of publications (Volobuev et al., 2019; Shakhova, Volobuev,
2020 a) devoted to the study of the biological peculiarities of xylotrophic macrofungus Sarco-
dontia crocea (Schwein.) Kotl. (Polyporales, Basidiomycota), which is a dangerous phytopath-
ogen in orchard agrocoenoses of Eastern and Southern Europe (Szczepkowski, 2010). Living
apple trees (Malus domestica, M. sylvestris, etc.) are the preferred hosts for the development
of this fungus (Fig. 1). The findings of S. crocea are also known on representatives of the genera
Pyrus, Prunus, Acer (Eriksson et al., 1981; VVolobuev, Bondartseva, 2012), as well as some oth-
er deciduous trees. Taking into account the available data on the occurrences of S. crocea basid-
iocarps and the peculiarities of its substrate preferences, we carried out this research with
the aim of comparative study of growth parameters, cultural and morphological characteristics
and biosynthetic potential of S. crocea strains under cultivation on agarized media of different
composition. In addition to the commercial malt extract agar nutrient medium, we used a semi-
synthetic glucose-peptone medium with a standard permanent composition containing
all the essential macro- and microelements required to grow the mycelium of basidiomycetes.
Furthermore, an attempt was made to model the natural growth conditions of the studied strains
using semi-synthetic nutrient media based on water extracts from the wood chips of the main
host plants — Malus domestica and Pyrus communis.

Materials and Methods

Origin of Sarcodontia crocea strains. Fungal strains were isolated ex situ both from basidio-
carps and basidiospores on the territory of Belgorod, Oryol and Rostov Regions in 2006-2019
using the traditional methods of solid phase cultivation (Shakhova, VVolobuev, 2020b). The identi-
fication of strains was performed using the 1TS1-5.8S-1TS2 nrDNA analysis (Shakhova, Volo-
buev, 2020a) and based on the cultural and morphological parameters described by J. A. Stalpers
(1978). The studied dikaryotic strains of S. crocea are maintained in the Komarov Botanical Insti-
tute Basidiomycetes Culture Collection (LE-BIN) (Belova et al., 2005).

Measurement of vegetative mycelium growth rate. To obtain an inoculum, S. crocea strains
were grown on a standard medium with malt extract (MEA; «Conda» 4% m/V) and agar («Difco»
2% m/V) on Petri dishes (90 mm diam.) and incubated at 25°C in the dark for 14 days.

The linear growth rate of S. crocea strains was investigated in four different nutrient media:
the «rich» MEA medium, the semi-synthetic agarized (2%) media — glucose-peptone medium
(GPA) and two modified «poor» media, referred to as Malus-M and Pyrus-M in this experiment.
The content of GPA medium (g/l) was following: glucose — 5,0, peptone — 1,5, KH,PO,4 — 0,6,
K2HPO,; — 0,4, ZnSO4 — 0,001, FeSO4 — 0,0005, MnSO4 — 0,05, MgSO4 — 0,5; pH 5,8. The com-
positions of Malus-M and Pyrus-M media were identical to GPA, with the exception
that the carbon source was the water extracts of commercial wood chips («PALISAD Camp-
ing») of Malus domestica and Pyrus communis respectively.

The water extracts of wood were prepared as follows: 100 g of wood chips were placed in
conical flasks (1 1), 500 ml of distilled water was added and sterilised at 1 atm for 1 hour, then
kept at 25°C for 24 hours. The resulting liquid was filtered through a nylon fabric and pH was
increased to 5,8 using 5% KOH. 2% agar was added to the obtained water extraction from the
wood and sterilised again in an autoclave under the regime described above (1 atm
for 1 hour). The final concentration of carbon in Malus-M and Pyrus-M corresponded to the
carbon concentration in GPA.

The fungal strains were cultivated in mycelial blocks (7 mm diam.), placing them on the nutri-
ent medium in the centre of a Petri dish (90 mm diam.) with a mycelial layer downwards.
The growth rate was determined over a period of 28 days, measuring the diameter of the colony
(in mm) in two mutually perpendicular planes every two days starting from the third day until the
Petri dish was completely overgrown.
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Fig. 1. Basidiocarp of Sarcodontia crocea on living tree of Malus domestica,
Belgorod Region, Korochansky district, vicinity of Popovka village, 2019. Photo: S. V. Volobuev.

Puc. 1. IlnogoBoe Tenmo Sarcodontia crocea ua »uBOM jiepeBe sI0I0HH,
Benroponckas obnacts, Kopouanckuii p-H, okpectHocTH c. [TomoBka, 2019 r. : C. B. Bonobyes.




Assessment of enzymatic activity. The activity of lignocellulolytic complex enzymes was stud-
ied using the rapid screening method (Shakhova, Volobuev, 2020b). The strains were grown on
agarized MEA, GPA, Malus-M and Pyrus-M media in a thermostat at 25 °C for 2 weeks. Cultivation
of strains was carried out with mycelial blocks 7 mm diam. cut from the edge zone of the actively
growing colony, by placing them in the centre of a Petri dish with a mycelial layer upwards.
The qualitative activity of oxidative and cellulolytic enzymes in the studied strains was determined
by the application method, as described in Shakhova and VVolobuev (2020 a).

The statistical analysis of the results obtained was performed using the Origin 7.5 and Microsoft
Excel software packages.

Results and discussion

The obtained values of S. crocea growth rates on four different nutrient media are presented
in Fig. 2. It has been shown that all media were suitable for the growth of the strains studied,
but the growth rate and macromorphology of colonies differed significantly between media.
As indicated in Fig. 2, the growth rate of S. crocea cultivated on a sugar-rich MEA medium was
significantly higher than on semi-synthetic media. The strain S. crocea LE-BIN 4378 had the low-
est growth rate on all the media studied: by the 14" day, colony diameters were 42,5, 21,0, 23,3
and 26,0 mm on MEA, GPA, Malus-M and Pyrus-M media, respectively.

It should be noted that the lowest growth rate for most strains was found on sugar-poor Pyrus-
M medium. The complete overgrowth of Petri dishes (90 mm diam.) in S. crocea strains occurred
after 30—40 days of cultivation on this medium, while in LE-BIN 2138 and 4343 the growth of the
colonies stopped by the 17" and the 21% days (Fig. 2). The exceptions were strains LE-BIN 4367
and 4378, whose growth rate on Pyrus-M was similar to that on Malus-M (Fig. 2). The cultivation
of S. crocea on Malus-M was also characterized by lower growth parameters compared to «richy»
MEA and semi-synthetic GPA. The complete overgrowth of Petri dishes in most of the strains
studied came after 25-30 days of cultivation on Malus-M. However, the growth rate of LE-BIN
4382 on Malus-M was higher than on other semi-synthetic media (Fig. 2).

The significant variability in the macromorphology of colonies for the studied strains was ob-
served when S. crocea was grown on nutrient media of different composition. All the strains stud-
ied, when cultured on semi-synthetic media, were characterized by changes in the appearance
of colonies compared with the results of cultivation on MEA. In particular, the loss of zonality
and distinct air mycelium in the colonies of the strains studied was registered. In addition, when
strains were cultivated on semi-synthetic nutrient media, the mycelial mat became sparser
and submerged (Fig. 3). The cultivation of strains on semi-synthetic media of Malus-M and Pyrus-
M was also accompanied by a change in the reverse towards darkening (Fig. 3, C, D).

The next stage of the research included a comparative study of the biosynthetic potential
of S. crocea strains during growth in «rich» MEA as well as media containing water extracts from
Malus domestica and Pyrus comminus wood chips. It has been shown that the strains studied on all
media were characterized by the presence of cellulolytic enzyme activity, which varies depending
on the composition of the media (Fig. 4).

The strain LE-BIN 2138 exhibited high enzymatic activity on MEA and GPA, but the cellulolytic
activity was significantly reduced when the strain was cultivated on media containing water extracts
from Malus domestica and Pyrus comminus wood chips (by 34 and 36%, respectively). The strain
LE-BIN 4355 also had quite high cellulolytic activity on MEA and GPA and showed a decrease
in the activity on Malus-M and Pyrus-M (by 26% and 34% respectively). It is noteworthy that only
LE-BIN 2138 and 4355 had high cellulolytic activity when cultivated on a sugar-rich MEA. The rest
of the strains either showed no increase in enzymatic activity when grown in MEA (LE-BIN 4365)
or were characterized by a decrease in the cellulolytic activity compared to semi-synthetic media
(Fig. 4). For example, strains LE-BIN 4342, 4343, 4346, 4367 and 4382 demonstrated a 7-51% low-
er cellulolytic activity on MEA than in these strains on GPA. The strain LE-BIN 4378 did not reveal
the cellulolytic activity when cultivated on MEA (Fig. 4).
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Fig. 2. The linear growth rate of Sarcodontia crocea
LE-BIN strains on MEA, GPA, Malus-M and
Pyrus-M nutrient media
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Fig. 3. Macromorphology of Sarcodontia crocea LE-BIN 4378 which was incubated for 14 days on different media:
A—-MEA, B-GPA, C - Malus-M, D — Pyrus-M. Scale bars — 1 cm. Photo: N. V. Shakhova.

Puc. 3. Makpomopdornorust mramma Sarcodontia crocea LE-BIN 4378 na 14-e cyTku npu KyJIbTHBHPOBaHUH
Ha pa3JMYHbIX NUTaTelbHbIX cpenax: A — MEA, B — GPA, C — Malus-M, D — Pyrus-M.
Macirabuast muneiika — 1 cm. @oto: H. B. IIlaxosa.

The result can be explained by the fact that cellulases, being inducible enzymes (Manavalan
etal., 2011; Coradetti et al., 2012), are synthesized only in the presence of the relevant substrate (cel-
lulose) and inhibited by the end products (long- and short-chain oligosaccharides) (Woodward,
1991). Transcription of cellulase genes is known to be suppressed at high concentrations of glucose
(Adav et al., 2012; Zang et al., 2018). It is likely that the absence of activity observed during the cul-
tivation of strain LE-BIN 4378 in a sugar-rich MEA medium may be due to conservative and diver-
gent peculiarities associated with the regulation of genes involved in the biosynthesis of cellulolytic
complex enzymes in this strain.
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Fig. 4. Results of the express assays of cellulolytic (CMC) enzymes in Sarcodontia crocea pure cultures.

Puc. 4. Pesynbrarsl skcnipecc-ananmsa ueumononurrndeckux (KML) ¢pepmenToB B uncThix KynpTypax Sarcodontia crocea.

The increase in the activity of cellulolytic complex enzymes by 6 and 37% was observed when
S. crocea LE-BIN 4342 and 4346 were grown on semi-synthetic Malus-M. When growing on Pyrus-
M, LE-BIN 4342 showed a slight decrease in the activity (by 9%), the strain LE-BIN 4346 had
no enzymatic activity (Fig. 4). The absence of cellulolytic activity in LE-BIN 4346 on Pyrus-M
is probably due to strain variability. It is known that a complex network of transcription activators
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is required for induction and secretion of cellulase and hemicellulase genes in basidiomycetes. Dif-
ferent species of wood-decaying fungi synthesize both individual enzymes of the lignocellulolytic
complex and multi-enzymatic combinations. Xylotrophic fungi belonging to the same ecological
group and having common substrate preferences tend to have a similar composition of enzymes.
But the activity level of extracellular enzymes has a significant strain and species variability (Fer-
nandes et al., 2012). The cultivation of LE-BIN 4343 and 4365 on Pyrus-M resulted in a significant
increase in the cellulolytic activity (by 25 and 42%). However, when these strains were grown
on Malus-M, there was a reduction in enzymatic activity of 44% and 11% respectively (Fig. 4).

The results of the analysis of oxidative enzyme activity are presented in Fig. 5. It was found that
all the strains studied had oxidative activity only on a rich MEA and semi-synthetic GPA. Neverthe-
less, the activity of lignolytic complex enzymes in strains grown on GPA was 25-36% lower com-
pared to MEA. All strains of S. crocea involved in the study demonstrated no oxidative activity when
cultivated on Malus-M and Pyrus-M (Fig. 5). The absence of this activity in the studied strains,
which is determined by the enzymes of the lignolytic complex, may be related to the use of wood
extracts as a nutrient medium. Previously, A. Piscitelli and co-authors concluded that a low rate
of oxidative enzymes can be obtained from the growing of fungi on wood (Piscitelli et al., 2011).

2138 4342 4343 4346 4355 4365 4367 4378 4382
Strains LE-BIN
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Diameter, mm

sMEA ®GPA m=Malus-M = Pyrus-M
Fig. 5. Results of the express assays of oxidative (ABTS) enzymes in Sarcodontia crocea pure cultures.

Puc. 5. Pe3ynbrarsl skcripecc-ananmsa okucanTenbHbIx (ABTC) dhepMeHTOB B uncThIX KyabTypax Sarcodontia crocea.

An additional reason for the lack of oxidative enzyme activity in the studied strains on Malus-
M and Pyrus-M is probably the insufficient quantity of carbon in them. Carbon sources in the me-
dium play an important role in the production of oxidative enzymes, as they can promote myceli-
um growth and induce the gene transcription of the laccase — one of the lignolytic complex en-
zymes (Rivera-Hoyos et al., 2013). At the same time, the expression of genes responsible for the
production of lignolytic enzymes in Phanerochaete chrysosporium was only triggered when car-
bon-based nutrients were exhausted (Wang et al., 2019). The initial concentration of the carbon
source is known to be a crucial factor in the synthesis of certain lignolytic complex enzymes.
A. Tavares and co-authors showed that the cultivation of Trametes versicolor in a nutrient medium
with a glucose source concentration (11 g/l) resulted in a maximum laccase production (11403 U/I)
(Tavares et al., 2006). It has been noted that the presence in the nutrient medium of rapidly biode-
gradable substrates such as glucose, mannitol and cellobiose increases the laccase activity, as op-
posed to slowly degradable substrates (cellulose or lactose) (Rivera-Hoyos et al., 2013). The re-
sults of the element analysis of the fruit trees extracts used in this study indicated that the main
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components of water-soluble substances from Malus domestica and Pyrus communis wood chips
were carbohydrates, proteins and inorganic salts (unpublished data). It is possible that during
the water extraction, some of the natural inductors contained in the fruit tree chips did not flow
into Malus-M and Pyrus-M. Some of the lignocellulose residues are known to contain natural in-
ductors that enhance the production of oxidoreductases. W. Qiu and co-authors showed that
the solid phase cultivation of Funalia trogii in a nutrient medium prepared using the root
of Pueraria montana var. lobata (Fabaceae) (in which flavonoids are the main phenolic com-
pounds) increased the laccase production (Qiu et al., 2014).

In addition to the reasons discussed above, the bioecological features of S. crocea are an im-
portant factor affecting the absence of oxidoreductase activity when cultivated on Malus-M
and Pyrus-M. This species refers to xylotrophic phytopathogenic fungi, which tend to develop
on living trunks and thick branches, causing rotting of the wood and causing a death of the tree.
Besides the specialisation in development on certain host species (S. crocea prefers the wood
of Malus spp. (Eriksson et al., 1981)), this group of fungi is characterized by being associated with
living plants, remaining vitality on dead plant remnants only for a short time (Szczepkowski, 2010;
Shakhova, Volobuev, 2020a). Apparently, chips or nutrient media based on water extracts from
the chips of seed fruit trees were treated by S. crocea strains as an organic matter of a dead plant,
as evidenced by low growth rate, depressed mycelial mat and partial loss of the activity of ligno-
Iytic complex enzymes. At the same time, S. crocea strains, when cultivated in a rich (malt extract-
based) organic MEA, were able to actively grow and produce ligninases and cellulases.

Thus, the nutrient media used in the study proved suitable for the growth of S. crocea strains,
but the growth rate and macromorphology of fungal colonies differed between media. It has been
established that the ability of S. crocea to produce lignocellulolytic complex enzymes depends
on the composition of the nutrient medium. The cellulolytic activity has been shown on all
the agarized media we used, and the content of the media was crucial for the production of oxida-
tive enzymes. The experimental data obtained allowed us to improve the knowledge on the biology
of the xylotrophic basidial fungus S. crocea.

This study was financially supported by the Grant of the President of the Russian Federation
«Phytopathogenic wood-decaying fungi of orchard agrocoenoses in the Central Black Earth Re-
gion: species diversity inventory, monitoring, DNA barcoding» (MK-3216.2019.11).
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