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Abstract

Spent mushroom substrate (SMS) is produced annually in large quantities and its disposal has become a challenging problem
for mushroom growers. Recycling of SMS in mushroom cultivation might be the best method for its disposal. However,
currently the selection of a suitable mushroom species in cultivation for recycling a certain SMS is still a trial-and-error
process. The study described herein was a preliminary investigation on SMS recycling for mushroom production. By
individually supplementing the extracts of SMS of Pleurotus eryngii, Flammulina velutipes and Hypsizigus marmoreus into
agar medium in Petri dishes, their effects on the mycelial growth of a broad range of mushroom species were investigated. Out
of the 10 examined species, the extracts of SMS of P. eryngii had a positive effect on the mycelial growth of five species
namely P. ostreatus, P. geesteranus, Pholita nameko, Auricularia polytricha and F. velutipes. Three strains P. ostreatus, P.
geesteranus and A. polytricha showed vigorous mycelial growth upon supplementation of the extract of F. velutipes SMS,
with the surface mycelial density remaining almost unchanged. In contrast, only A. polytricha grew well upon addition of the
extract of H. marmoreus SMS in the growth medium. The present study provides fundamental knowledge directing the robust
selection of suitable mushroom species in cultivation for recycling the SMS of P. eryngii, F. velutipes and H. marmoreus and

the rational design of SMS-based cultivation substrates. © 2018 Friends Science Publishers

Keywords: Mushrooms; Mycelial growth; Recycling; Spent mushroom substrate; Surface mycelial density

Introduction

Mushrooms are good sources of proteins, vitamins, and
minerals, and many of them like Lentinula edodes,
Ganoderma lucidum and Cordyceps militaris produce
various bioactive substances, such as polysaccharides,
which have important pharmacological activities including
antitumor, antioxidant, and immunomodulatory effects
(Mizuno et al., 1995; Wasser and Weis, 1999; Wang et al.,
2012). The cultivation of mushrooms is considered to be an
economically viable application of biotechnology. Besides
being an efficient source of food in the form of fruit bodies,
the cultivation of mushrooms also reduces environmental
pollution by utilizing various waste products generated from
industry, agriculture, forestry, and food processing, as
growth substrates (Sdanchez, 2010). Artificial cultivation,
mainly on lignocellulosic solid wastes, is currently the most
widely used method for the production of mushrooms.
Sawdust and cottonseed hull are the most commonly used
materials used for artificial cultivation.

Spent mushroom substrate (SMS) is the main by-
product of mushroom industry after sporocarp has been
removed from the cultures. The large quantities of spent

mushroom wastes produced within a concentrated area by
the mushroom industries pose a serious environmental
problem (Williams et al., 2001). Currently, some spent
substrates are used as fertilizers, which serve as a source of
organic nitrogen (Hackett, 2015), as well as animal
feedstock (Zhang et al., 2005). However, most of the spent
substrate is burnt to generate steam that is used for substrate
sterilization and heating of mushroom farms, or is thrown
away; such disposal activities are neither environment
friendly nor are they economical (zZhu et al., 2013).
Recently, SMSs have been employed for isolating several
useful metabolites, like polysaccharides and various
enzymes (Singh et al., 2003; He et al., 2016; Zhang et al.,
2016). However, despite these achievements, the best and
most economically viable method for disposal of SMS is
considered to be its utilization in successive mushroom
cultivation. Several studies have been conducted with the
objective of recycling the spent substrates as components of
substrates used for the cultivation of mushrooms (Royse,
1992; Jo et al.,, 2008; Gonzdlez Mature et al., 2011).
However, screening of a mushroom species that can
effectively utilize a particular recycled SMS for fruiting is
currently a trial-and-error process.
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It has been reported that the nutrient and energy
present in the spent substrate is not fully exploited by the
mycelia (Philippoussis et al., 2001; Mandeel et al., 2005).
This is especially true for low-temperature fruiting-type
mushrooms such as Pleurotus eryngii, Flammulina velutipes
and Hypsizigus marmoreus under factory cultivation where
usually only one flush of fruiting bodies is harvested
because the mushroom yield of the successive flushes is not
high enough to make profit. As these three species are the
major commercially cultivated mushroom strains, efficient
recycling of SMS derived from the cultivation of these three
mushroom species is of great importance. This study was
carried out to generate preliminary knowledge regarding the
recycling of SMS derived from P. eryngii, F. velutipes, and
H. marmoreus for mushroom cultivation by determining the
effect of their extract on the growth of mycelia of a board
range of mushroom species.

Materials and Methods
Spent Mushroom Substrates and Pretreatment

The SMS of P. eryngii, F. velutipes and H. marmoreus were
obtained from three local mushroom factories. They were
generated from three different substrate formulae as listed in
Table 1. All the SMS were collected after harvesting only
one flush mushroom from bags; they were fragmented by
hand and were oven dried. The dried SMS were crushed in a
hammer mill, and the resulting powder was used.

Strains

Ten mushroom species namely P. ostreatus, L. edodes, P,
geesteranus, F. velutipes, Auricularia polytricha, Pholita
nameko, P. eryngii, Coprinus comatus, Agrocybe aegerita
and Oudemansiella radicata were obtained from Sanming
Institute of Edible Fungi, Fujian Province, China. All the
species were cultivated at 25°C for 7 days, and were stored
at 4°C and sub-cultured, every four week.

Media

In our preliminary experiments, it was found that few of the
mushroom species grew poorly on the commonly used PDA
medium. For achieving better mycelial growth, screening of
suitable media for each of the tested mushroom species was
performed. Five different agar media namely potato
dextrose agar (PDA) medium, mushroom complete medium
(MCM), yeast malt extract (YM) medium, sawdust medium
(SM) and cottonseed hull medium (CM) were used to select
the most suitable medium for mycelial growth of each of the
examined mushroom species.

All the media contained 20 g glucose and 18 g agar
per liter; the other components were as described below: (1)
PDA medium consisted of potato extract (200 g boiled
potato in 500 mL distilled water); (2) MCM medium
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contained 2 g peptone, 0.46 g KH,PO,, 1.0 g K;HPO,, and
0.5 g MgSOy; (3) YM medium contained 2 g each of yeast
extract and malt extract; (4) SM contained sawdust extract
(500 g boiled in 1000 mL distilled water) and wheat bran
extract (100 g boiled in 300 mL distilled water); (5) CM
consisted of cottonseed hull extract (250 g boiled in 1000
mL distilled water) and wheat bran extract (50 g boiled in
200 mL distilled water). All the media were autoclaved at
121°C for 20 min.

The modified media were prepared as described
below. For preparing SMS-containing SM or CM (per
liter), the extract obtained from 100, 200, 300, or 400 g of
dried SMS powder (boiled in appropriate volume of
distilled water for 30 min) was used to replace the
sawdust extract in SM or cottonseed hull extract in CM.
When YM was used as the control medium, the extract
was added directly. These modified media were
designated as CKX1, CKX2, CKX3, and CKX4, where
“X” is replaced with “P” if the extract of SMS from P.
eryngii was used, with “F” for F. velutipes SMS, and “H”
for H. marmoreus SMS, and numbers 1, 2, 3, and 4
indicate that extracts from 100, 200, 300 and 400 g of
dried SMS powder, were used, respectively.

Plate Culture

Each of the test mushroom strains was initially activated in a
9 cm Petri dish containing PDA medium. The incubation
was performed at 25°C in complete darkness for various
days, depending on the mushroom strains. Then, a mycelial
agar block (1 cm diameter) was cut from the periphery of
actively growing colony cultures using a sterile cork borer,
and plotted on the center of a 9 cm Petri dish containing the
medium. The incubation was done at 25°C under complete
darkness for 7 days, and the diameter of the mycelial colony
was measured along two perpendicular directions, and was
averaged (mm/day). The surface mycelial density was
estimated with naked eye.

Chemical Analysis

The major nutritional composition of three SMS was
determined for evaluating their suitability for use in
mushroom cultivation. The content of lignin was assayed
according to the method described by Goering and Soest
(1970). The content of protein was determined by the
Kjeldahl method, with a factor of 4.38 (Chang and Miles,
1989). Crude fiber was assayed according to the method
of Nyanga et al. (2013). Crude fat was determined by
extraction with petroleum ether for 8 h using a Soxhlet
apparatus (Fernandes et al., 2014). The ash content was
determined by incinerating the dried sample in a muffle
furnace (SX-2.5-10, Shanghai Hongji Instruments Co.,
Ltd., Shanghai, China) at 565°C for 3 h (Khan et al.,
2008). The assay on cottonseed hull was used for
reference.
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Statistical Analysis

Data are expressed as means + standard deviation of three
replicates. The differences between the means of individual
groups were assessed by a one-way ANOVA with Duncan’s
multiple range test at 95% confidence level.

Results

Comparison of the Compositions of Three Spent
Mushroom Substrates

The major nutritional components in the three SMS and
in cottonseed hull (a commonly used substrate in
mushroom cultivation) are listed in Table 2. The protein
content in the SMS of P. eryngii, F. velutipes, and H.
marmoreus was 3.28-, 2.41- and 2.56-fold higher,
respectively, than the content in the cottonseed hull. The
three spent substrates had lower contents of crude fiber
(32.32-33.86%) than the content present in the
cottonseed hull (40.91%). In comparison to the content
of crude fat in the cottonseed hull (1.45%), the content
in the SMS of P. eryngii (4.22%) and H. marmoreus
(5.23%) was higher, but that in the SMS of F. velutipes
was lower (1.27%). The lignin content ranged from
17.90% to 19.72% in the three spent substrates and was
higher than that in the cottonseed hull (16.96%). The ash
content in the three spent substrates was significantly
higher than that in the cottonseed hull.

Screening of Media Suitable for Mycelial Growth of
Examined Mushroom Species

As show in Table 3, the results demonstrate that the
mycelial growth in each of the test mushroom strains varied
with the media type. SM and CM were favorable media for
P. nameko, A. aegerita, P. ostreatus, and O. radicata. For L.
edodes, P. geesteranus and A. polytricha, PDA and SM
were suitable media for mycelial growth. The suitable
medium was MCM and YM for C. comatus. For F.
velutipes growth, PDA, MCM and CM were excellent. In
the case of P. eryngii, only YM supported its growth well.
In the subsequent experiments, SM was selected as the
control medium for cultivating L. edodes, P. nameko, A.
aegerita, P. ostreatus, P. geesteranus, A. polytricha, and O.
radicata, YM was used as the control medium for C.
comatus and P. eryngii, and CM was chosen as the control
medium for F. velutipes. Based on these control media, the
modified media containing the extract of different SMS
were prepared.

Effect of the Extract of SMS of P. eryngii on the Mycelial
Growth of Mushrooms

The promotion of mycelial growth rate in P. nameko, P.
ostreatus, P. geesteranus, A. polytricha, and F. velutipes,
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was obvious at all the test levels of the extract of P. eryngii
SMS in the media, with the rates increasing by 1.26—
36.90%, 0.31-6.48%, 15.61-19.75%, 28.68-39.77%, and
5.42-15.70%, respectively, in comparison to those growing
on the respective control medium (Table 4). No obvious
difference in the surface mycelial density among the four
supplemented media and the control medium was observed
for any of the five test strains.

For L. edodes, decreased mycelial growth rates were
observed for the four supplemented media as compared
with that for the control medium. Differently, there was
no difference observed in the density of surface mycelia
among the four supplemented media as well as on the
control medium.

For C. comatus grown on the supplemented CKP1
medium and on the control medium, no statistical difference
in the growth rate was observed; however, a further increase
in the supplement level decreased the growth rate. The
density of surface mycelia was similar between CKP1 and
the control, whereas the mycelia became sparse with the
increased level of the extract.

Regarding A. aegerita, its growth on CKP1 and
CKP2 was faster than that on the control medium. In
contrast, the growth rate was lower on the CKP3 and
CKP4 media than on the control. There was no
difference in the density of surface mycelia among the
four supplemented media and the control medium. For P.
eryngii and O. radicata, the mycelial growth rate was
negatively affected by the supplementation of the extract
at all the four levels, while the mycelial density was
similar to that grown on the control, with the exception
of P. eryngii on CKP1.

Effect of the Extract of SMS of F. velutipes on the
Mycelial Growth of Mushrooms

As shown in Table 5, there was no statistical difference in
the mycelial growth rate among the four supplemented
media and the control medium for P. ostreatus, P.
geesteranus, and A. polytricha. The density of surface
mycelia of the three species was also unaffected by
supplementation at all the tested levels. For the
remaining seven mushroom species, the mycelial growth
rate was negatively affected by the supplementation of
the extract, with the most negative effect observed for P.
eryngii and C. comatus. The density of surface mycelia
of L. edodes, P. nameko, P. eryngii and O. radicata was
affected by supplementation of the extract at all tested
levels. The surface mycelia growth of C. comatus and A.
aegerita in the modified media (CKF1 and CKF2) was
similar to that in the control medium, but sparse growth
was observed with the increase of the level of
supplementation (CKF3 and CKF4). F. velutipes showed
sparse mycelia in the three supplemented media (CKF1,
CKF2 and CKF3), but normal growth was observed on
CKF4 at a higher level of the added extract.
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Table 1: The three formulae used for factory cultivation of P. eryngii, F. velutipes, and H. marmoreus

Materials Formulae (% dry weight basis)
P. eryngii F. velutipes H. marmoreus

Sawdust 30 0 10

Cottonseed hull 30 38 50

Corncob 18 24 10

Sugarcane bagasse 0 0 9

Wheat bran 15 35 15

Corn powder 5 2 4

Gypsum 2 1 2

Table 2: Chemical composition of the three tested spent media substrates and cottonseed hull used in this work

Substrate Protein (%) Crude fat (%) Crude fiber (%) Lignin (%) Ash (%)
Spent P. eryngii substrate 13.32+0.72 4.22+0.32 33.86+3.14 18.31+1.12 9.23+0.63
Spent F.velutipes substrate 9.80+0.26 1.27+0.21 32.32+2.81 17.90+0.89 7.75+0.44
Spent H. marmoreus substrate 10.41+0.34 5.23+0.61 32.63+1.84 19.72+2.04 15.78+0.81
Cottonseed hull 4.06+0.21 1.45+0.21 40.91+3.17 16.96+1.51 2.63+0.22

Data are presented as mean + standard deviation of three replicates

Table 3: Mycelial growth rate and density of surface mycelia of the 10 examined mushroom species grown on different
media

Media Mycelial growth rate (mm/day)/density of surface mycelia (from 1 to 3)

L.edodes  P.nameko C. comatus P. eryngii A. aegerita  P.ostreatus P.geesteranus A. polytricha F. velutipes O. radicata
PDA  4.86+0.11a/3 3.34+0.13b/2 4.86+0.23bc/3 3.27+0.03b/2 4.28+0.14c/3 4.57+0.07c/2 6.98+0.22ab/3 5.43+0.06a/3 5.33+0.08a/3  4.28+0.15b/2
MCM  3.77+0.07b/3 3.10+0.10b/2 5.37+0.07ab/3 2.45+0.03d/2 4.43+0.17cd/3 3.45+0.09d/2 6.12+0.31c/1  4.98+0.08b/3 5.25+0.16ab/3 4.87+0.05a/2
YM 3.10£0.05¢/2 2.46+0.06c/2 5.58+0.14a/3  4.67+0.12a/3 4.64+0.08bc/3 5.70+0.28b/3 6.27+0.16c/2  4.92+0.16b/3 4.75+0.07c/3  4.72+0.21ab/2
SM 4.63+0.18a3/3 4.80+0.16a/3 4.13+0.12d/1  3.35+0.080/2 4.97+0.04ab/3 6.34+0.27a/3 7.19+0.33a/3  5.22+0.14ab/3 5.01+0.05bc/3  5.03+0.14a/3
CM 3.80+0.07b/3 4.53+0.07a/3 4.73+0.22c/3  2.94+0.04c/2 4.90+0.10a/3 6.17+0.11ab/3 6.35+0.12bc/3 3.64+0.11c/3 5.34+0.06a/3  5.08+0.17a/3
Preferred PDA, SM SM, CM MCM,YM YM SM, CM SM, CM PDA, SM PDA, SM PDA, MCM,CM SM, CM

media

Note: The colony density was judged by the density of mycelial hyphae. The numbers have arbitrary unit, depicting the density of hyphal mycelia from 1 to
3. The number 3 is for the densest mycelia

Data are presented as mean + standard deviation of three replicates; means followed with different letters within each column are statistical significant at P <
0.05 according to Duncan’s multiple range tests

Table 4: Effect of the extract of spent substrate of P. eryngii on the growth rate and density of surface mycelia of various
mushroom species

Media Moyecelial growth rate (mm/day)/density of surface mycelia (1 to 3)

L. edodes P.nameko  C.comatus P. eryngii A. aegerita  P.ostreatus P.geesteranus A. polytricha F. velutipes O. radicata
CK  4.62+0.12a/3 4.77+0.13b/3 5.59+0.09ab/3 4.70+0.06a/3 4.95+0.05b/3 6.32+0.11a/3 7.24+0.33b/3 5.23+0.11b/3 5.35+0.05¢/3  5.02+0.09a/3
CKP1 4.02+0.11c/3  4.83+0.07b/3 6.06+0.27ab/3 3.15+0.14d/2 5.54+0.26a/3 6.34+0.29a/3 8.44+0.39ab/3 7.31+0.20a/3 5.95+0.16ab/3  4.50+0.19b/3
CKP2 4.38+0.13ab/3 5.21+0.03b/3 5.26+0.32a/2 3.47+0.06cd/3 5.13+0.12b/3 6.73+0.25a/3 8.37+0.58ab/3 7.11+0.57a/3 6.19+0.37a/3  4.60+0.07b/3
CKP3 4.21+0.19bc/3 6.34+0.04a/3 5.08+0.06bc/2 3.81+0.15bc/3 4.47+0.17c/3 6.54+0.44a/3 8.50+0.50ab/3 6.76+0.12a/3 5.64+0.11bc/3  4.60+0.08b/3
CKP4 3.61+0.08d/3 6.53+0.05a/3 4.56+0.13c/2 4.03+0.21b/3 4.37+0.09c/3 6.70+0.28a/3 8.67+0.30a/3 6.73+0.08a/3 5.73+0.18abc/3 4.56+0.05b/3

Note: For L. edodes, P. nameko, A. aegerita, P. ostreatus, P. geesteranus, A. polytricha, and O. radicata, SM was used as the control medium, for C.
comatus and P. eryngii, YM was the control medium, and for F. velutipes, HM served as the control medium. These control media were designated as CK.
The colony density was judged by the density of mycelial hyphae. The numbers have arbitrary unit, depicting the density of hyphal mycelia from 1 to 3. The
number 3 is for the densest mycelia

Data are presented as means + standard deviation of three replicates; means followed with different letters within each column are statistically significant at
P <0.05 according to Duncan’s multiple range tests

Effect of the Extract of SMS of H. marmoreus on the
Mycelial Growth of Mushrooms

The data on the mycelial growth rate and density of
surface hyphae of the 10 tested mushroom species in
response to the extract of SMS of H. marmoreus are
listed in Table 6. For A. polytricha, there was no
statistical difference in the mycelial growth rate among
the four supplemented media and the control medium,
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and furthermore the density of surface mycelia was also
unaffected. For the remaining nine mushroom species, a
considerable decrease in the mycelial growth rate was
observed caused by the supplementation of the extract
into the media, with the most negative effect observed for
L. edodes, P. nameko, A. aegerita and O. radicata. In
addition, the density of surface mycelia of these nine strains
was also negatively affected to a great content by the
supplementation.
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Table 5: Effect of the extract of spent substrate of F. velutipes on the growth rate and density of surface mycelia of various

mushroom species

Media Mycelial growth rate (mm/day)/density of surface mycelia (1 to 3)

L. edodes P. nameko C.comatus  P.eryngii A.aegerita  P.ostreatus P.geesteranus A. polytricha F.velutipes  O. radicata
CK  4.62+0.12a/3 4.77+0.132/3 559+0.09a/3 4.70£0.08a/3 4.95+0.05a/3 6.32+0.11a/3 7.24+0.33a/3  5.23+0.11a/3 5.35+0.06a/3 5.02+0.09a/3
CKF1 4.01+0.15b/2 3.11+0.18c/2  3.97+0.15b/3 2.83+0.23b/2 4.28+0.05b/3 6.23+0.23a/3 8.01+0.22a/3  5.17+0.16a/3 4.83+0.10b/2 3.97+0.25b/2
CKF2 4.04+0.12b/2 3.17+0.10bc/2 3.93+0.18b/3 2.86+0.20b/2 4.29+0.18b/3 6.09+0.10a/3 8.46+0.65a/3  5.12+0.24a/3 4.84+0.12b/2 3.96+0.18b/2
CKF3 3.90+0.17b/2 3.49+0.12b/2  3.37%0.04c/2 2.75£0.07b/2 4.03+£0.05c/2 6.16+0.25a/3 8.29+0.75a/3  5.24+0.04a/3 4.82+0.080b/2 3.47+0.13c/2
CKF4 3.37+0.07c/2 3.52+0.07b/2  3.59+0.09c/2 2.87+0.14b/2 4.00£0.04c/2 6.17+0.16a/3 7.99+0.16a/3 5.11+0.27a/3 4.83£0.02b/3 3.39+0.18b/2

Note: Symbols are the same as defined in Table 4

Data are presented as mean + standard deviation of three replicates; means followed with different letters within each column are statistical significant at P <

0.05 according to Duncan’s multiple range tests

Table 6: Effect of the extract of spent substrate of H. marmoreus on the growth rate and density of surface mycelia of

various mushroom species

Media Moyecelial growth rate (mm/day)/density of surface mycelia (1 to 3)
L. edodes P.nameko  C.comatus  P.eryngii A. aegerita  P.ostreatus P.geesteranus A.polytricha F.velutipes O. radicata
CK  4.62+0.12a/3 4.77+0.13a/3 5.59+0.09a/3 4.70+0.08a/3 4.95+0.05a/3 6.32+0.11a/3 7.24+0.33a/3 5.23+0.11a/3 5.35+0.05a/3 5.02+0.09a/3

CKH1 1.13+0.01b/1 2.42+0.06b/2 3.14+0.04c/2 3.08+0.02b/3
CKH2 1.20+0.01b/1 2.44+0.11b/2 3.27+0.01bc/2 3.06+0.01b/3
CKH3 1.23+0.08b/1 2.63+0.11b/2 3.37+0.01b/2  3.09+0.02b/3
CKH4 1.07+0.04b/1 2.63+0.07b/2 3.34+0.04b/2  3.07+0.01b/3

1.10£0.01d/1 4.12+0.03b/2 5.49+0.13b/2
1.62+0.03c/1 4.07+0.01c/2 5.15+0.27b/2
2.2640.05b/2 4.10+0.05¢/2 5.40+0.04b/2
1.21+0.01d/1 4.3620.04c/2 4.97+0.09b/2

4.91+0.05a/3 3.88+0.05d/3 2.02+0.08c/1
4.89+0.07a/3 4.20+0.09c/3 2.12+0.10c/1
5.05+0.03a/3 4.62+0.15b/3 3.87+0.12b/2
5.06+0.51a/3 3.17+0.01e/3 1.92+0.05c/1

Note: Symbols are the same as defined in Table 4
Data are presented as mean + standard deviation of three replicates;
0.05 according to Duncan’s multiple range tests

Discussion

Previous studies have demonstrated that nutritional
components play a critical role in the growth of mycelia
(Kim et al., 2002; Malinowska et al., 2009). In the three
investigated spent substrates, high protein contents were
detected. This might be because of three reasons: (1) the
original cultivation substrates contained high levels of
protein-rich additives, such as wheat bran and corn powder,
(2) protein that existed in the substrate was only partially
utilized by the mycelia, and (3) the mycelia synthesized
appreciable amounts of cellular proteins, and extracellular
enzymes for degrading the substrate for cellular nutrition
during spawn running and development of the fruit body.
Another important component lignin in the three spent
substrates still remained at a high level. This could be
possibly because of the fact that some supplements like
sawdust have high lignin content and only a portion of it is
degraded by the mycelia during the cultivation period.
Regarding crude fiber, fat, and ash in the substrates, their
levels were all acceptable. Overall, these results suggest that
the three examined spent mushroom substrates could
support the mycelial growth and development of fruiting
body in mushrooms.

The extract of P. eryngii SMS had a positive effect on
the mycelial growth of P. nameko, P. ostreatus, P.
geesteranus, A. polytricha, and F. velutipes. The reason for
this enhancement could mainly be the presence of organic
nitrogen source, growth factors, and some easily digestible
carbohydrates in the extract. Hence, we believe that SMS of
P. eryngii could be a good substrate component for the
cultivation of these five mushroom species. For L. edodes,
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means followed with different letters within each column are statistical significant at P <

its growth was partially inhibited by the extract. Thus, P.
eryngii SMS might be not an appropriate material in
substrate for the cultivation of L. edodes. As to C. comatus,
the mycelial growth rate began to decline at a supplement
level with CKP2 medium. This is also true for surface
mycelial density. These findings suggested that C. comatus
was sensitive to the extract of P. eryngii SMS, and it is
reasonable to deduce that the SMS of P. eryngii was not a
suitable substrate for C. comatus cultivation. For A. aegerita,
as a decreased mycelial growth rate was observed only at
relatively high supplement levels (CKP3 and CKP4), while
the mycelial density was unaffected. Thus, the SMS of P.
eryngii could be a good substrate for A. aegerita cultivation.
The use of the spent P. eryngii substrate has been reported
for the cultivation of A. aegerita (Zeng et al., 2017); the
yield of fruiting body obtained in this study was high. In the
case of P. eryngii and O. radicata, as the mycelial growth
rate and hyphal density were negatively affected by the
supplementation of the extract, the SMS of P. eryngii might
not be a suitable substrate for their cultivation. Herein, it
should be pointed out that the decreased mycelial growth
rate or sparse mycelial growth was observed for several
mushrooms in some cases by the supplementation, possibly
because of the existence of appreciable amounts of
inhibitory substances in the extract, than could be tolerated
by the strains.

As the growth of P. ostreatus, P. geesteranus, and A.
polytricha was not found to be negatively affected by the
supplementation of the extract of F. velutipe SMS into the
media, the SMS of F. velutipes might be a good substrate
component for the cultivation of all three strains, and their
optimal supplement levels in a certain substrate should be
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determined for each strain. Li (2013) successfully used
spent F. velutipes substrate for the cultivation of P. ostreatus,
and got the highest mushroom vyield at 60% (w/w)
supplementation level (based on dry weight). In the case of
the remaining seven strains including C. comatus, the
mycelial growth and density was negatively affected, but
showed varying effects, hence the suitability of F. velutipes
SMS for cultivation of the seven mushroom species is
ambiguous, and warrants further investigation. In literature,
successful cultivation of C. comatus on F. velutipes SMS
has been reported (Rinker, 2002).

In the case of using the extract of H. marmoreus SMS
in the media at tested levels, among ten examined edible
fungi, only A. polytricha growth was unaffected. This result
suggested that the SMS of H. marmoreus might be a good
substrate component for the growth of this mushroom. As of
date, there is no report on A. polytricha cultivation using H.
marmoreus SMS in the substrate mixture. For the remaining
nine strains, both the mycelial growth rate and density were
negatively affected at a great content by the
supplementation of the extract; we therefore believe that the
SMS of H. marmoreus is not a suitable substrate for the
cultivation of these mushroom strains, including P.
ostreatus. In contrast, the supplementation of the SMS of H.
marmoreus at 12-25% (w/w) in P. ostreatus cultivation was
reported to give promising biological efficiency, higher than
that of the control (Wang et al., 2015). This could be related
to a considerable variation in the composition of SMS of H.
marmoreus, because the substrate formula for H.
marmoreus cultivation might be different.

Conclusion

This study showed that the mycelial growth of mushroom
species varied considerably with media. Among the ten
examined mushrooms, the extract of the SMS of P. eryngii
promoted the mycelial growth of P. ostreatus, P.
geesteranus, P. nameko, A. polytricha and F. velutipes. For
the supplementation of the extract of F. velutipes SMS into
the media, P. ostreatus, P. geesteranus and A. polytricha
showed vigorous growth. In the case of addition of the
extract of SMS of H. marmoreus, only A. polytricha showed
promising growth. Our results provide fundamental
knowledge directing the robust selection of suitable
mushroom species in cultivation for recycling SMS of P.
eryngii, F. velutipes, and H. marmoreus and the rational
design of SMS-based mushroom cultivation substrates.

Acknowledgements

This work was supported by the Program of Industry
Leading of Department of Science and Technology,
Fujian Province (2016N0027), Ningde Science and
Technology Planning Program (20150170), and
Research Development Fund of Ningde Normal
University (2016FZ20).

2138

References

Chang, S.T. and P.G. Miles, 1989. Edible Mushrooms and Their
Cultivation. CRC Press, Boca Raton, Florida, USA

Fernandes, A., J.C. Barreira, A.L. Antonio, M.B. Oliveira, A. Martins and
I.C. Ferreira, 2014. Effects of gamma irradiation on chemical
composition and antioxidant potential of processed samples of the
wild mushroom Macrolepiota procera. Food Chem., 149: 91-98

Goering, H.K. and P.J.V. Soest, 1970. Forage Fiber Analysis (Apparatus,
Reagents, Procedures and some Applications), Agriculture
Handbook no. 379. USDA’s Agricultural Research Service,
Washington, USA

Gonzdlez Mature, R., D. Figlas and N. Curvetto, 2011. Agaricus blazei
production on non-composted substrates based on sunflower seed
hulls and spent oyster mushroom substrate. World J. Microbiol.
Biotechnol., 27: 1331-1339

Hackett, R., 2015. Spent mushroom compost as a nitrogen source for
spring barley. Nutr. Cycl. Agroecosyst., 102: 253-263

He, P.X,, F.L. Li, L.N. Huang, D.D. Xue, W. Liu and C.P. Xu, 2016.
Chemical characterization and antioxidant activity of
polysaccharide extract from spent mushroom substrate of Pleurotus
eryngii. J. Taiwan Inst. Chem. Eng., 69: 48-53

Jo, W.S., J.S. Kim, D.H. Cho, S.D. Park and H.Y. Jung, 2008. Fruit body
development of Pleurotus ostreatus via using recycled substrate.
Mycobiology, 36: 157-160

Khan, M.A., S. Amin, M.N. Uddin, M. Tania and N. Alam, 2008.
Comparative study of the nutritional composition of oyster
mushrooms cultivated in Bangladesh. Bang. J. Mushr., 2: 9-14

Kim, S.W., H.J. Hwang, J.P. Park, Y.J. Cho, C.H. Song and J.S. Yun, 2002.
Myecelial growth and exo-biopolymer production by submerged
culture of various edible mushrooms under different media. Lett.
Appl. Micrabiol., 34: 56-61

Li, C., 2013. Optimization research on cultural formula of Pleurotus
ostreatus using cultural residue in Flammulina velutipes (Fr.) Sing
industrial production. North. Hortic., 8: 159-161

Malinowska, E., W. Krzyczkowski, G. Lapienis and F. Herold, 2009.
Improved simultaneous production of mycelial biomass and
polysaccharides by submerged culture of Hericium erinaceum:
optimization using a central composite rotatable design (CCRD). J.
Ind. Microbiol. Biotechnol., 36: 1513-1527

Mandeel, Q.A., A.A. Al-Laith and S.A. Mohamed, 2005. Cultivation of
oyster mushrooms (Pleurotus spp.) on various lignocellulosic
wastes. World J. Microbiol. Biotechnol., 21: 601-607

Mizuno, T., G.Y. Wang, J. Zhang, H. Kawagishi, T. Nishitoba and J.X. Li,
1995. Reishi, Ganoderma lucidum and Ganoderma tsugae:
bioactive substances and medicinal effects. Food Rev. Int., 11:
151-166

Nyanga, L.K., T.H. Gadaga, M.J. Nout, E.J. Smid, T. Boekhout and M.H.
Zwietering, 2013. Nutritive value of masau (Ziziphus mauritiana)
fruits from Zambezi Valley in Zimbabwe. Food Chem., 138:
168-172

Philippoussis, A., G. Zervakis and P. Diamantopoulou, 2001.
Bioconversion of agricultural lignocellulosic wastes through the
cultivation of the edible mushrooms Agrocybe aegerita, Volvariella
volvacea, and Pleurotus spp. World J. Microbiol. Biotechnol., 17:
191-200

Rinker, D.L., 2002. Handling and using spent mushroom substrate around
the world. Mushroom Biol. Mushroom Prod., 2002: 43-60

Royse, D.J., 1992. Recycling of spent shiitake substrate for production of
the oyster mushroom, Pleurotus sajor-caju. Appl. Microbiol.
Biotechnol., 38: 179-182

Singh, A.D., N. Abdullah and S. Vikineswary, 2003. Optimization of
extraction of bulk enzymes from spent mushroom compost. J.
Chem. Technol. Biotechnol., 78: 743-752

Sénchez, C., 2010. Cultivation of Pleurotus ostreatus and other edible
mushroom. Appl. Microbiol. Biotechnol., 85: 1321-1337

Wang, M., X.Y. Meng, R.L. Yang, T. Qin, X.Y. Wang, K.Y. Zhang, C.Z.
Fei, Y. Li, Y.L. Hu and F.Q. Xue, 2012. Cordyceps militaris
polysaccharides can enhance the immunity and antioxidant activity
in immunosuppressed mice. Carbohyd. Polym., 89: 461466



Effect of the Extract of SMS on Mushroom Growth / Int. J. Agric. Biol., Vol. 20, No. 9, 2018

Wang, S.X., F. Xu, Z.M. Li, S. Zhao, S. Song, C.B. Rong, X.L. Geng and
Y. Liu, 2015. The spent mushroom substrates of Hypsizigus
marmoreus can be an effective component for growing the oyster
mushroom Pleurotus ostreatus. Sci. Hortic., 186: 217-222

Wasser, S.P. and A.L. Weis, 1999. Medicinal properties of substances
occurring in  higher basidiomycetes mushrooms: current
perspectives (review). Int. J. Med. Mushr., 1: 31-62

Williams, B.C., J.T. McMullan and S. McCahey, 2001. An initial
assessment of spent mushroom compost as a potential energy
feedstock. Bioresour. Technol., 79: 227-230

Zeng, X.L., F. Han, J.L. Ye and Y.M. Zhong, 2017. Recycling spent
Pleurotus eryngii substrate supplemented with Tenebrio molitor
feces for cultivation of Agrocybe chaxingu. Int. J. Recycl. Org.
Waste Agric., 6: 275-280

2139

Zhang, C.K., F. Gong and D.S. Li, 2005. A note on the utilization of spent
mushroom composts in animal feeds. Bioresour. Technol., 52:
89-91

Zhang, JJ., G.Y. Meng, G.Y. Zhai, Y.H. Yang and H.J. Zhao, 2016.
Extraction, characterization and antioxidant activity of
polysaccharides of spent mushroom compost of Ganoderma
lucidum. Int. J. Biol. Macromol., 82: 432-439

Zhu, H.J., J.H. Liu, L.F. Sun, Z.F. Hu and J.J. Qiao, 2013. Combined alkali
and acid pretreatment of spent mushroom substrate for reducing
sugar and biofertilizer production. Bioresour. Technol., 136:
257-266

(Received 13 January 2018; Accepted 05 May 2018)



