BE® F R 37(5):368~373.1997
Acta Microbiologica Sinica

B AR IFO5318 s p-AE M HEN S RS it
S TR MEEE

(RELFERBEER B 430072) (e kFamiETEH HE812)

M E RAKRGUREASEENSSRALT BRRE IFOS3I8 HE-HRMTR. M
B 2%, HEAFRANA0 %105, ANAERAXMHEENE; BEREEBE 55T,
ERF pHS.5: AR, EHERAN pHEEARERRE. AXREEE-5-D-MMWE
W RS, WEm KRV, 559 0.825mg « ml ™' 1354umol » min~' - mg ™', EW
R TEAKESEHRIR, SDS. Rt He't MRS hE AR,

X HAXRE, p-wEETM, ik

EBRTRANHERE, R3IERR. A% HREAANSLEHRAUMEEIEDES
HREWERRREY, AN COCE—LCHINITLREN. EHGIFESARAE MRS
FAEY, BBESBNERABHIRESD T TR EE LR XEE LR BRPRE
B, ¥NSHATEFEHRNEE. RIS ES&ETHRBE RS R/ BLHHF
SHEFIREDY, HxtHh B AR (Rhizopus japonicus) TROSIIR Fif= s & B LW
BEERE, RPERTFERSEHT T RAMERETRS, & N8 E S 2B AT 185
B 50 I MR Y sl AR A R TR

1 ARfer &k
11 NEBMREBFR

HABE O3S M HAAMA#ERHETHTRERE, FEEREBAN
9% [F UK [6).
1.2 NESOMEERMNEDERE

AR E-P-D- MMM T GNPG) WY, WEpWEBHHOES, £X
W& TESER lumol MREEEE SUh 1 MEABRAT, MUEYHRERTHIK
[BIFTR A e, @it R e T AR ™40 E RSB XTI,
1.3 FaRIBHNE

BB, RBRNEQRSEUEE 2800m WREEFR, P EARNER
SRABHEN Lowry B, DA NEHESMFESTHE.
14 STFRME

N4 F R4 B SDS -7 45 BE e B LK (SDS-PAGE) " B Sephacryl $-300 ¥#

* o E#R CH % (UNESCO) B8,
AL F19965F3 220 Bl

© PERFRMEMMRITATES%EL http://journals. im. ac. cn



53 BRI K% A AR IFOSI 18T 5 P05 5% 1 WA 40 X 36 7 e 369

Bt pe At by AT e,
15 FELMRER

MHEEE-P-D-MHEHEHT GNPG). HMBEEREP-ARE. IWEFEEPF
A, OHEEE- o EET. RVRTEE MATAEEREORELYYAL
Nacalai Tesgue A Bl ™= HHE . KB HRESH 28 K % HE Sigma 2 7 7™ &;
DEAE-Sepharose CL-6B. Sephadex G-100. Sephadex G-75. Sephacryl $-300. 4+ F
BARMER %94 B B LY Pharmacia 2 7.

2 FERFodr

21 BReYadt

2.1.1 MRS RIEARAE 4C TAT, HRMEERBBEEL RS FE TR,

2.1.2 HMEBEPZEEMARBREE 0% BAE, sACTHRESIAEELOELLER, I

R/ CREIZ KRS A pH5.4 B 0.01 mol » L™'Z B B H1-HC b B B AT .

213 EHFFEHAS EATEH pHS4 #90.01mol « L™ ' MK #A-HCI 22 nb B V410

DEAE-Sepharose CL—6B E#H (1.6 x 90cm), AHFAZMEXESEBEELEAFR S

Ja AT 0~03mol NaCl BB, WE 36ml-h!, BEEE oml. AE 1R, £

MEENGEREER, HP8e 2 A TIERENAERD, R HITH—F AT,

214 L HE %1 KXG A Sephadex G100 G- 75 8Bt X Bk (1.6 x

90cm) BT . FH A EBRE: pHS.0. 0.05mol M BM, Wk 5~8ml- h ',
FEKRL~Tm. NE28 R, EE—SHEHNEEIGSEARELES, B%

xR, RABE SR T difk.

1.50 T 1.50 ( A 1 0.50
semo- Ame
= —e— Enzyme activity
1.20 t \f, 1.20 | ~—— NaCl 0.40
= ~
0.9 } E 0.90 | 0.30%
3 v £
~ E g
0.60 | ;5 0.20 =
R
it
03  ® 0.10
0.00 0.00

0 20 40 60 80 00
¥ Fraction number
P 1 p—W% % &M DEAE-Sepharose CL-6B H T
Fig.1 DEAE-Sepharcse CL—6B column chromatography of p—glucosidase
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Table 1 Purfication of f—glucosidase from Rhizepus japenicus TRO5318
Hi{k5 % #R BEH BN wEh EEE 4 00
Volume Total Total Specific Recovery Purification
protgin activity activity factor
Purification step (ml) (mg) (w) (u- mg’) (%)
ELN 604 2618.0 415.5 0.16 106 1
Crude enzyme
ARG 140 6470 3430 0.53 83 3.3
(NHL SOy salting out
DEAE-Sepharose CL-6B
WHEl  Activity peak | 178 13.2 172.0 13.0 41.4 814
W2 Actvity peak 2 78 718 739 0.95 17.8 59
Sephadex G100 26 35 1234 353 29.7 2203
Sephadex G—T73 40 1.7 91.4 538 22.0 336.0
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Fig.3 SDS-PAGE pattern of f—glucosidase
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Fig.4 Lineweaver—Burk polts of P—glucosidase
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Fig.5 Effect of temperature on the stability of p—glucosidase
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Table 2 Effects of various chemicals on the Table 3 Substrate specificity of f-glucosidase
fra= AN HAHEH Subsirate Relative activity (%)
Chemicals (Imol » L.”') Relative activity (%) P T T e 100
~ 100 pnitrophenyi—-D-glucosidase
Mg” 103.2 AR RE AW L6
EDTA 99,5 p-nitrophenyl{3-D-xylosidase
In® 99.0 bog B3 3 NORE LRSS 0
L 98.7 pmitrophenylB—galactosidase
So™ 98.7 M EEE-o- T 0
c 954 pnitrophenyl-e—glucosidase
o’ 934 4 MW Cellobiose 130
Ba™ 830 A 45 Salicin 27
Mn' 39.8 B £ W Laminarin 0
SDs 674 B ET 4 XK Avicel 0
" 603 RERTRR 0
Heg" 36.7 Carboxymethy! cellulose
3 i
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PURIFICATION AND SOME PROPERTISE OF EXTRACELLULAR
B—~GLUCOSIDASE FROM RHIZOPUS JAPONICUS IFO5318

Chen Xiangdong
(College of Life Sciences, Wuhan University, Withan 430072)
Yusaku Fujio

(Dept. of Food Science & Technology, Kyushu University, Japan 812)

Abstract  The f -glucosidase from Rhizopus Japonicus 1FO5318 was purfied by
Ammonium sulfate salting out and column chromatographies with the recovery of 22%.
The molecular weight of the enzyme was about 4.0 x 10°, consisting of four identical
subunits; The optimum reaction temperature and pH for the B-glucosidase were 55T
and pH 5.5, respectively; While the enzyme was sensitive to heat, it could be stable
at a wide range of pH. The K, and ¥, values of the enzyme were 0.825mg * ml ™'
and 135.4pmol * min '+ mg~', respectively, using p-Nitrophenyl-f-D—glucopyranoside
as a substrate. The [—glucosidase exhibited strongest hydrolysis effect on cellobiose
and some of its activity could be inhibited by SDS, Fe’* and Hg?*.
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