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Analysis on Isozyme and rDNA ITS Sequence of Pleu-
rotus eryngii Strains
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Abstract:[Objective]In view of the fact that the mutation of Pleurotus eryngii strains is dif-
ferent in the cultivated character. Two strains of Pleurotus eryngii strains (A and B) are i-
dentified at molecular level and analyze their difference. [Methods] The rDNA fragment of
Pleurotus eryngii mycelium samples was amplified by PCR and sequencing. Mycelium of es-
terase, peroxidase and superoxide dismutase enzyme are analyzed by isozyme electrophore-
sis. [Results]Through the analysis of GenBank database search and sequence alignment, the
similarity of ITS sequences of the two strains was reached to 99% ; There was no difference
between esterase, peroxidase and superoxide dismutase isozymes in the mycelium. [ Conclu-

sion]JA and B strain is the same strain,at the molecular level with insignificant difference.
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Ca) X B8 B #k Control Pleurotus eryngii (% A,
Pleurotus eryngii A); (b) 4 B B #& Ultraviolet mutational
breeding Pleurotus eryngii (4% B, Pleurotus eryngii B)
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Fig. 1  Pleurotus eryngii
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1.2.1 1ITS JFH%E
1.2.1.1 J& DNA #2H

FRIBUIE 5 DA 22 AR o O T0008 B o A
WA . WO R R B IO W LB LR
I CTAB %2 HUS DNA,
1.2.1.2 #£& rDNA ITS [F31 1 PCR ¥

R EIE7// I

ITS5:5'-GGAAGTAAAAGTCGTAACAAG-
G-3'

1TS4:5-TCCTCCGCTTATTGATATGC-3'

KRR Z (50 pl):5 pl 10X Ex Taq Buffer, 1
pL BI# 1TS5 (10 pmol « L"), 1 pL 1TS4 (10
pmol « L™"),4 L dNTPs(2. 5 mmol « L"'),0.5
pL Ex Tag DNA R& 8 (5 U« L', Takara), 1
pL M DNA(Z) 50 ng).37.5 pl. ddH, O,

R FR T 94°C BUAEYE 5 min; 94°C M 1 min,
60°CiE K 1 min,72°C #Eff 1 min,30 MER; F )5 .
72°CHEAH 10 min,

1.2.1.3 DNA gtk /5 1434

KM E. Z. N. A®. Cycle-Pure Kit(D6492, O-
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R UL, 4l b5 Y PCR 7 3% £ K 3L K 3
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EEHELET A 0.5 mL Tris-HCL $2 B0 TR
A1, 3F 4°C,8 000 r/min £&F F & 0> 10 min, B E
HRET A — LR ELE P ACHRFEM .
1.2.2.2 SRV EREBE i HL UK (SDS-PAGE)

¥ M SDS-PAGE # 17 [F] T i 53 #7. SDS-
PAGE15% 43 B I W/ V 3 4 Y W45 e, W/ V5 Tris-
Gly Z R R 50) K &1 . EAER 40 uL R AR L IX
BEHEN 120 V. B X BEHL RN 180 V. 4°C 8
T RIKZ 4 b,
1.2.2.3 Yefo

(1) T8 i
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i 1.5 mL, )5 0. 2 mol/L B FRZE i (pH
fHR 6. ) EZ 100 mL, HHATMA 40%(V/V)H
W5 0.5 mL, DARRAREE RS I R SR 79 st e 1

Y Jy - TS 25 00 K VR B I L SRR A e
b, F 37°C IR R TR R % . R BE IR I W S
St Ik gt ] 7% (V) Tl R T TR Uk B S 2~ 3
W B a BB ARAE T 7% (V/ V) BERR W
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Pt . A W, 25 pmol/L NBT ¥ W ; B W,
50 mmol/L,pH {H N 7. 8 Wi Z Ik (& 1
mmol/L EDTA) Fe ] B #9 0. 01% (W/V) % # &
W
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PO C WL, 2% (W/V) B I B RV T 5 D
W, 4% (W/V) EALEIBE W E W, 5% (W/V)
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ITS A B 675 bp. 7 B F 672 bp, il Vector NTI
HAEXT TTS J7 90 47 HE P F1 Align 437, 45 SR R W]
A A FIA B ERE ITS JP AL K] 100%,

AN ITS 7510 58 45 R 42 GenBank U
BLAST J& . 5 804 % F HM561985, JX429941 F1
DQ333235 & A il A FF AN AU A 3] 99% .

¥ il hp

M:DL2000;1:75 A;2. 74 B

M: DL2000; 1: Pleurotus eryngii As 2: Pleurotus

eryngii B
2 PCR ™9 ik
Fig. 2 The PCR products electrophoregram
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D.0.@.@: 5% 15 d.15d 13 d. 13 d 7 A; O,
@®.©,® 59 15d.15 d. 13 d 13 d & B, HTD,0.D.
® M Tris-HCl Z i N Hi L, @) . @ . © . © 2 H PBS
2 R AR R B Ay

D,0,®,D: Pleurotus eryngii A(15 d,15 d,13 d,13
d.respectively) ;@ ,@ ,©® ,® : Pleurotus eryngii B(15 d,15
d,13 d, 13 d, respectively) ; Sample @O, @, ® and were
extracted by Tris-HCI buffer; Sample @ ,® ,® and were
extracted by PBS buffer

513 Mg it ) T il P, 7K
Fig. 3 Esterase isozyme electrophoresis

WniE 4 B 15 9% 16 d.13 do 11 d.9 d B A
AT B R 2 A0 ) il Y e 0, AN R
I I ) 3 2 B R 22 ) 2 SRS K

D0.0.®.@:#FH 154,13 d. 11 .9 dHH A;0,© .
@.® 4% 15 d.13 d\ 11 4.9 d W B

D.@,®@,@: Pleurotus eryngii A(15 d,13 d.11 d,9
d.respectively) ; ®.©®.@.® : Pleurotus eryngii B(15 d.13
d.11 d,9 d,respectively)
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Fig. 4 Peroxidase isozyme electrophoresis
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15d,13 d\ 11 d 19 B
D,®@,®: Pleurotus eryngii A(15 d,13 d,11 d,respec-
tively) ;@ .® ,®: Pleurotus eryngii B(15 d,13 d,11 d,re-
spectively)
&5 8 4 Ak W B Ak Tt ) Tl H Ok

Fig. 5 Superoxide dismutase isozyme electrophoresis
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