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B B5 Volvariella volvacea (Bull. ex Fr)) Sing. 2 —MEE N & AHE, MBETILER, B%
FEO5THEREHE, XIEEHATHARFH. EREENETRL T HFHEME, 1K
ETHABREREENFINAEREESERTEEBET. BUEAE (1995 XKARKBIXE
ARPE 4CHRELE 24 MWEGHLENNEG AT FHRLFFARR, SEFEBET
ERHELARAL, KELENETHLZEANKS FEARMD, M FEOEEN, &
HEEETHE. BHEFEZRAGANEOIBEEEREEBIBRTRTERZNEM.
ATBALSE., AUBEEPTAARAEHNEM D, RASHARERKNETHEABNS
A, AEEGE FTRHABREATAIHMREERNTRESE TEM, HEFRBREH
FIEH T H KR

1 KRR

1.1 EAEEEM
B v KA BEETEETE, 28 4CHE 240 5, T-710CHREHRIE.
12 EERFIBEH A%
1.2.1 BRBEET W WA, 292 %; NN-_HERKGEK, 0875; MARBEKEE,
HERZE 100mL 5, SIKLI, 4CHEF.
1.2.2 BREEH: 12 2=82%8, mEEKEFZE 100mL.
1.2.3 B EE M. 0.1 5% 5 #2185 R250, 35mL Z.8%, 10mL PKEERS, A 2848/K 52 &2 & 100mL.
1.2.4 B AEM: 125mL 28, 50mL MKEERR, FAIEKERZE 500mL.
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2.1.1 EEW N & BE T LS. WERE 7P U BT ¥ % TR 4E . Dextran G-150
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R — P Al (EHRE, 2000). SRBOIIES, HRE 312 BHRER, 5% 1.5mL.
F DU640 ELESM A B & B HE R TE 280nm ZLHEANRELEM, FBLTR—
R e R R SR — R, A AERD A #r. B4, C A

2.1.2 FEEEHEMORE: LELEAEA (BSA) HEREY, E2R TESBERN—B
BfE, MA=E L8 (TCA) DL-BRE, REBMA Braford RFSEAFREZ S, &4
Baeday, B 756MC B3 0E AN E R 595nm 4 KR EE. BEMFRSHER
FHA& BSA MIBRIELL, MERMAERSEEENEHENZERET AT ELmENE
(EEKRF, 1994, BEEPBANR |, SMEMMEIANEERTHE, 5SEMNBHETHR.

*x 1 BEMERBENAESZ

Table 1 The assay method of the activity of proteinase sample

) 55
Reagent Tube Na.

#H D # D 3§
B (wL) 0 100 100
0.4mol/L TCA (uL) 200 0 200
Sug/ul. BSA (uL) 0 20 20

EFiR FEMA 15min
0.4mol/L TCA (pL) 0 200 0
Z& T EA 20min

Bradford ¥ (mL) 1 1 1
K (mL) 4.12 4 4

85, F 756MC B4 e BEA Wi sE HAE 595am &b BIVR eI
213 RAGHEERA KR EOBESNAE. RAFEABEENESLOREBE
T%=4%, C%=2.67%; B ER T%=10%, C%=2.67%, Ht1T 545 Bk kB i vy A o 4 FE
(FEFE, 20000,
22 EREEAMANEHSAEAERK
2.2.1 B AWK Pharmacia RISIRER, EHEE T E 2.
2.2.2 e AREAERNK: KM Pharmacia LKB A 5§18 BBk O0#T. 438 1mol/L Y
BERRA 1mol/L RIS EMBIEM . BARIREI BB, A4 maFAafEmcEs. B3 HEE
3. W 1500v. HBH 15SmA. FEIHEE 8w, TRESLDK 30 280, FI0EE. BIkFEEE, ZHD
FEUEAR, Zksbeadk 2 /DB, Eimik (FFRFE, 1999).
223 B, A, BE: BREHE, ELHERKHEEEL, LAEREREAE RSP 4545
. REEREHDRE 10 28, RZEEKKE—R BEZRRFRER B8R EN
EREEE AL (BERAE%E, 1995).

3 GRG0

3.1 EFERMALAL
ERSNEBRLTH. ARk mELE 1.
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Bl EREABREMRE
Dextran G-150 %L i
J5 BVBERE fh 2%
Fig.l The elution curve of
V. volvacea proteinase
sample after Dextran G-150
gel filtration
g 111 T=7.5% C=3%

280ne i SRS
Ultraviolet-absorbance at 280nm

0 2 4 6 8 10 12 14 16 18 20 22 24 26 28 30 32 34

YEAEE
The tube NO. of eluent

*2 FRARKRKEIKES

Table 2 The gel recipe of isoeleciric focusing electrophoresis

CBERESTBE
The concentration and crosslinking density of gel
BAE# (mL) 3.75
40%BAFEERR (mL) 0.9
EFAK (mL> 10.25
109 B EREE (uL) 75
[HR#EZ K (TEMED) (uL) 8

RIEE 1% 1~6 3. 7~30 8%, 31-32 SENERBE2 SN A B, BAR. C

Ay, ERZXHAMDS BSA RMERAEANZELLE 3.

R 3 R HEME 595om Hba 0k K 5 E

Table 3 The absorbance of eluent at 595nm

Eil #r

AR A X BH# B 3} CH C %
Component
B X &

0.382 0.406 0.362 0.284 0.306 0.182
Absorbance

MR 3BHMRE AGGA S REOBREEMANS, B HAH. C ARBREREABITHE.
B AAGEREOBRSERARASERGER B RAE, BkERTH, BT 10%H5

AT REAL— & (FHHBRE, 20000,
32 ERBABERSHNE
AERGRERKNEEHFROBNSEA, BXKEERTHE 2.

DRERSRRFHEES (Lanel) AR ARBRAXEE S LSO ERSE,
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RF] Pharmacia /] Image Master VDS R4, HHEHE
WEAAES (Lane2) MNULFELW rl, 12, 13, 4 [
S AED N 59103, 59828, 6.0793, 6.1638.

FH 5% AT 0 T e o P L KRS WU B 7 B ) B R o AR BB
HERH—4%&%; BEEARERKELEELN, &

585 ¢

6.5 W EAH. BIBD, AR R IR R RS
B 0T R B BT A AR T v M B 4 AT

s ERKBHATAND, JFERBBIFTH BT L RBT

§45 SYREHY. M A — SR 0 R T R B B

930 § RS S A TARMEE RS, ERT# R R LA

Hoy, ARABEEEIRRKEAREE ST E 1.
i o Rl R PRt AT LLE H ORI R MR 8 4325 JT¥E 0 Dextran G-150 8§
(Lanero tomg pmam  BOLVER N SRORMMGI R GRS RABH; R
2. 3.4 WERAESF  ERSHEANABEEE, BB TFERERTRZE -4
7159103, 59828, 6.0793, 6.1638  JpuR, % AT READ B — D AL B TE I S ARAE AL RO FE AR
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ISOLATION,PURIFICATION AND THE ASSAY OF ISOELECTRIC
POINT OF PROTEINASE FROM VOLVARIELLA VOLVACEA
LI Shi-Gui’ CHEN Ming-Jie®

("Soils and Fertilizers Institute, Chinese Academy of Agricultural Sciences,Beijing 100081
C’Edible Fungi Institute, Shanghai Academy of Agricultural Sciences,shanghai  201106)

ABSTRACT: The isoelectric point of Volvariella volvacea proteinase was assayed by isoelectric focusing
electrophoresis after preliminarily isolating and purifying. These results will help us to study the relationship
beiween the proteinase and autolysis of V. volvacea.
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