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Study on Identification of Produce Pleurolus eryngii Ouel by ISSR Molecular Marker

LU Na,ZHOU Zufa, WANG Weike,SONG Jiling, YUAN Weidong, YAN Jing
(Bacteria Station, Hangzhou Academy of Agricultural Sciences, Hangzhou,Zhejiang 310024)

Abstract: With 15 Pleurotus eryngii Quel varieties as test materials,using ISSR molecular marker identification method,
32 ISSR primers were screened from 52 ISSR primers and the DNA was amplified by PCR, the DNA sequence

polymorphism was analyzed; at the same time, the varieties of mycelial growth and yield were compared. The results

showed that mycelial growth rate and yield did not exhibit the characteristics of each group,the effect of mycelial growth

rate and yield were more susceptible to environmental conditions and dominant or recessive gene; reference strains of

genetic similarity coefficient of variation ranged 0. 64 — 0. 98. Using the UPGMA analysis showed that,in 0. 87 at 15

Pleurotus eryngii Quel varieties were divided into five types.
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B, 0.004 g/L,pH A&,

BRIEPI S IR 5. B H i 4 ¢/L.KH PO, 3 g/L,
MgSO, « 7TH,0 1.5 g/L g4 R B, &, 537 LA
20 g/ L.JEWE 20 g/ L. ZZ 28 0E 15 g/L. Bk 20 /LGB
WO H8E 200 g/ LRI AL IE, pH B,
4356 F 100 mL #EIEHEH , B 50 mL,3 (REE ,jm 6 2
LA E S ZESG 0. 12 MPa K 20 min, 45 .

RIFWI e 35 7R 5L WA WE 20 g/L.KH, PO, 3 g/L,
MgSO, « TH,O 1.5 g/L, /A A H Ik 2 g/ LB &8
2 g/ LA WE 4 g/LEHk 40 g/ LRI - (NH,), SO,
5.85 g/L.NH,NO; 0. 85 g/L HHX AR, pH B, 5
#F 100 mL HEIEHEH , B 50 mL,3 (RER , In2b i i@
K %J5,0. 12 MPa K 20 min, 45 ™,

1.2 RHEHk

L2.1 BRAFEIFFREMIE MR 4 d H1.
TORE T, PR 7% i G T8 22 4K, B2 F B AU U5 T Al 35
FHE L, 28CTHEF 4~5 d & H. NEEISGHRER
0. 8 cm K/INIA 5] {10 A [ B, 82 b X I 1) YR AR 85 %
I, F0E 3 B, 28°CE B 48 h, 49 24 h $2)E 5 min, KUE
Ko FRE BRI SE 10 d J58 85 3572 W 217 I8 4R
UE, T 8OCHT 2HE, KR E,2 KIEBREZENHLZ
KEYEFE.

1.2.2 BRAVIGFRAEERLLE  BIEwk AEVERER
FIFE IR 4 R, LR AR R+ E kD . E8 A
TR (R 4 22 35 . TebLE: (MgSO, » 7TH, O+ KH, PO, ).
AeER B AR 9 MR AL T, ERXFRE5KFEE 1,
IER N ZEKFHEWE 2.

*1 EXEWERERSKE
Table 1 Orthogonal experimental factor and level
K& Factor/(g+ L™1)
Vi S 4 B;
KRR TR BEARNY -+ 2 Bk MgSOs + THy O+ ﬁ-ii‘ 1
Level Sucrose and Wheat bran and Vitamin
KH; POy
corn flour yeast powder B
1 15+15 1410 0.5+1 0. 010
2 20420 2420 1.5+3 0. 020
3 25+25 3+30 2.5+5 0. 030

2 HBREHMH
2.1 JRAMTETE 22 AT B R A FI
Bl VR A B SR ) BB 2 AR oy, R B ARIPE R

*2 EXZHWERERKEAE
Table 2 Combination of orthogonal
experimental factors and levels
K& Factor/(g+ L™1)
S R o B R
corn flour yeast powder KH: PO, B
1 15415 1+10 0.5+1 0.010
2 15+15 2420 1.5+3 0.020
3 15415 3430 2.5+5 0.030
4 20+20 1+10 1.5+3 0.030
5 20+20 2420 2.545 0.010
6 20+20 3430 1.5+3 0.020
7 25+25 1+10 2.5+5 0.020
8 25-+25 2420 1.5+3 0.030
9 25425 3430 1.5+3 0.010

PR 22 P A 4 BTG (0 RE B, 4 T 1 4 B R AR o
PRI SR N ) R 2 A X Y B SR RN R PR RS SR A
8 3 e PR B DY K I PR B TS A R PR T £ 4K
AREIBRIR . R 3 ATLLE i, TR SR AE o ik
BRI A 8 foe s A B A R BUERAR U R AR 4R
> 22 25 W > BEWE > A2 Wl > T 2% R AR, J7 220
S5 R BRI B IR 2 6] %o KA TR 42 AR A BT E Y

FmERDE,
F3 AEAKENELEEYERN
Table 3 The effect of different carbon
source on the mycelia biomass g/L
A ¥ Mycelial biomass
k) FRBBRRIN SRR
Repeat Ly L E M Corn powder Potato
Glucose Sucrose Maltose
extract extract
1 1. 024 1. 036 1.742 2. 060 0. 770
2 1. 262 1. 322 1. 228 2.128 0. 860
3 1. 156 1. 796 1.218 1. 930 0. 810
Pl Mean 1. 147+0. 12ab 1. 38540. 38b 1. 39640.30b 2.039740.10a 0. 81340.05¢

HARR/NEFRRIRNTE 0. 05 KF LR BE,

Note: Different lowercase letters mean significant difference at 0. 05 level.
2.2 AN TETE 22 1A RIR A FI
RUR FEZAE FRAR SR A 20 a4y A & RAC S
SR [7) B R T £ ke o R0 R ) 22 R 0 ) Pt 1 AR
[, 38 3 VR B PR R A e R B T B A K AL T 24
ERAEKKAE., WK 4TTLUE, 4 WE AL AR

[=] 3] =
F4 AEREX B LA EYER T
Table 4 The effect of different nitrogen source on the mycelia biomass
B A ¥t Mycelial biomass
Repeat % FH i Peptone B F 4 Yeast powder 4P Beef extract FERIZ I Wheat bran extract (NHy) 2S04 NH; NOs
1 1. 222 2. 856 1. 144 4,922 1. 32 1. 594
2 1. 226 1. 916 0. 836 4.174 1. 36 1. 234
3 1. 398 2.230 1. 106 4. 030 0. 698 1. 234
J{E Mean 1. 282+0. 10C 2. 334+0. 48B 1.029+0. 17C 4. 37540. 48A 1. 354+0. 21C 1. 917+0. 01C
E:A,B,CFRTE 0.01 K L 2R BE.
Note: A,B,C letters show significant difference at 0. 01 level.
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A EZEEY B RS, AV ENRERIK K D Z 38
P> B R Ry >NH, NO, > [ JiF>(NH, ), SO, >4
B ESER B RAF RIS KL 2 kY &
TR 2EFW B ES .
2.3 HAWE . EARBIERLRLER S5
BESRTOHLER AN A X ol 22 R A K B W AR
Aungx AFE R EHNR BEERZEKERK IR
ERASIEZMIER . THLERM R4 E B E D, S
S4B ROET . g4 R RN E AR,
B KRR /R Y, 45 A SR TR L A AR BRI R
i X IE AR SE AT T R4, A AR B & AR
Tl AEAERER 4 MHE 4 HIRE 3 M EAKTE,
Fie BRI AC LIS T2 A A5 X AR A6 AT MR s 57 5 e
F 5 IEACLISE R 5 2 W ol A, 4 A~ R Xl 224k
x5 EXLWERSH

Table 5 Results analysis of L (3*)orthogonal design

K% Factors/(g+ L™1)

ot i V1500 180% ST s
corn flour wheat bran KHzPO: B1 Result
1 15+15 1+10 0.5+1 0.010 3.914
2 15+15 2420 1.5+3 0. 020 4.914
3 15+15 3+30 2.5+5 0. 030 5.092
4 20420 1+10 1.5+3 0. 030 5.470
5 20+20 2420 2.545 0.010 5. 746
6 20420 3+30 1.5+3 0. 020 5. 644
7 25+25 1+10 2.545 0. 020 5. 856
8 25425 2+20 1.5+3 0. 030 6. 166
9 25425 3+30 1.5+3 0. 010 5.968
K1 4.64 5.08 5.24 5.20
K3 5. 62 5. 60 5.46 5.48
Ks 6. 00 5.56 5.56 5.58
R 1.36 0.52 0.32 0. 38

AR B R AR R R E iR E S AR 4
AR T 2= K, R I R ARG 25 R 5
MR AT, 4 ANHRTE 3 MK T4 B FEERN,
%){%"’_EE*%\M&’SOAt » 7TH,O+KH, PO, \gﬁi—t%} B E
5 3 KT B + 2 RS 2 AT, KA TR TR 221K
YRS FRE.
3 %Kik

TR ZE SR BA I T A 22 1A 1Ak 355 5% 3k f il T
SN 25 g/ L, BoKkY 25 g/ L,k 20 g/ L, Bef#2 g/ L,
MgSO4 + TH,O 2.5 g/L’ KH,PO, 5 g/L’ é&ﬁi?&
0.030 g/L,24°C# &5 10 d, Y& HR10.41 g/L,
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Selection of Liquid Medium for a Wild Grifola frondosa Mycelium by Orthogonal Design

LIU Xizhou
(Mushroom Institute, Tianjin Normal University, Tianjin Key Laboratory of Animal and Plant Resistance, Tianjin 300387)

Abstract ; Taking a wild Gri fola frondosa strain as material, the effect of different liquid medium on mycelial biomass was

studied by using orthogonal design method in this paper. The results showed that the optimum liquid medium composition
were sucrose 25 g/L,wheat bran 20 g/L,MgSO, » 7TH,0 2.5 g/L,corn flour 4 g/L,yeast powder 2 g/L,KH,PO,5 g/L
and vitamin B, 0. 030 g/L,natural pH,through culturing for 10 d at 24°C, the biomass of Grifola frondosa reached

10. 41 g/L.

Keywords : Gri fola frondosa ;liquid medium;orthogonal design;mycelium biomass
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