AESESREXEaREABNALSTER
IAg AW cf % ® B

(RBEFRMEHRTE X 30007D) (RFFREERBER K 300071

B . FEBRIE AR DEAE — Sephacel & 7 XHEMN M E B ETRE W27 5HREF
BABH—MEON, ShEEN 5.4, WEN S5 2% HiEp T HENE SRS 0HE, 9
BRGNS AMEON. INEREREAAAREOEN, BoEER oH X 4.0,
SRR Y 370, B pHS.0~6.0. STUTREE, BMAFE NRWHEHERE, 3
S maE O RER. BHERTHMOEARKKEE K, 7 0.814mmol/L,

AR AEEHKME. Mk, R
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PURIFICATION AND PROPERTIES OF SECRETORY ASPARTIC
PROTEINASE FROM CANDIDA ALBICANS

WANG Dan-Min' IJU Li-Yin' YELu' GAO Lef

( Department of Microbiology , CPAPF, Tianjin  300162)"
{ College of Life Science, University of Nan Eai, Tianjin 3000712

Abstract: An extracellnlar proteinase from Candida albicans WD27 was purified by (NI, },50, fractionation and
DEAE-Sephace] jon-exchange chromatography with 25.4 fold and 5.2% yield. This enzyme appeared to be aspartic
proteinase since the enzyme activity could be inhibited by pepstatin which was specific inhibitor of this class of pro-
teinase. The enzyme had an acidic proteckytic activity profile with the optimum pH of 4.0. The optimum temperature
of the enzyme activity was 37C. The proteinase had a broad substrate specificity with the highest susceptibility 1o
bovine hemoglobin. The K, for bovine hemoglobin was determined (o be 0.8 14mmol/L.

Key words: Secretory aspastic proteinase, Purification, Property

REAEMEOMBRTREEOR (BC3.4.23.6), HEH—BRERERE, BT
MBI (pepstatin) FFFME. EHERFAXAEHEI DY RLEAMREHE (SAP) B
MEARZAEN. KBEEWREY, SAP ARBHNERSKERLEIBIRE
FERDTEERY Y, yESHEENEAET, 1B SAP BYIRBORILE B84 AR
HE. HEMERGE - EREEABDT TREMES SHRMALBEPRAGER,
HAIEAX ZMERAOBIR MR WHRE, RIAASERSREREFIEML T X
XEMREAM, HUHERET S5,

1 #EE5F*
1.1 W

B Skl WD2?, HALRERBER.
1.2 =¥

DEAE-Sephacel 7 Pharmacia 23 A1/ &, BefH#E (YCB) ¥ Difco TRE~ &, 4
m#HEEAEA (BSA), AEL. THKRFEHED. 4E0. MEK, XPERBE
(PMSF), “RNEBMKE (DFP) ¥k Sigma A 85, HERANES TR,
1.3 EMAwE

KeeE B T BSA- B REREHE (BSA 0.3%, YCBL.6%, pH6.0),
FHE (180r/min) 37CHFE 48h )5, BURREM 5,000r/min B0 15Smin , B EEBAETF
Mipyigati,
1.4 By

FIERSHON (NH,),S0, EMAR N 30%, BB 6h SR ETR; B EHRKEMA
(NH,),SO, £ 60% f A, BL.OWEDINE, BT pH6.4, 0.01mol/L BEEEELE FEi,
R —ZWEGEN SR . E BB ABU P43 9 DEAE-Sephacel EH7EE, K AIHIRIE
PhEEVERR 200mL, EAIEHE 0~ lmol/L NaCl B4 28 Wik HEATAR E BRI, WEENEIE S
BB 39~ 44 SEREWE, X KENGEETT 4CTEERR.
1.5 EaKREENE

EH Lowry 3141,
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3 d
=1

1.6 EABMEENE 0.5 10
SRR (5], 0.4b —oWET, 1,
—O—Azo
2GR I,
2.1 REEREOMNSL <

H& 8 WD27 BBk BSA-YCB W&
SRHES, MBS ESRE, AR o) f
FEE (NH,),SO, FRVIENBTEHRE Y, .
H (B 1) B8 3.2meg diibERN, fift °c 1 mgﬁg4° 50 &
BECH 25.4 5, BENS52%. EFREFE @ s DEAL Sephacel B

RRFE Lo

'
% (u/mL)

A
[+

£1 AGIHE WD XEAREAROML

sm BIEH BER i Ac (EE S stk
(0 (mg) {U/mg) (%) 1% 8
BN 2140 1562 1.37 100 1
60% BB IR 1305 256.9 5.08 61 3.7
DEAE-Sephacel B4 111.3 3.2 34.8 5.2 25.4

2.2 pHUEEARBEEMNEN
R LKL pH3.0~ 5.0 FRABEHENECUKFE N, HEERM pH A 4.0 (B
2)., FlF pH WS T 30°CHRE 20 5, WEHEE . HREVIHKMTE pH5.0~6.0 TR
BE, BETRESKRNE. '
2.3 REMNWEARBTENER
FARARBETFTHECHEEE, SREVBRNEEREN 37C, HERELSFRE
FRE 0min, BHEMBEBRIE N, BESTUTHELR REFROREBERE, 0CTHR
30min f5BSIE (U R 18.5% .
2.4 MEFXRENOER , 1or
HEESBINEABHET, EARE o}
B HETFEETMERMIEE, SRAR 20 § wl
R ARA ST, RZBRTEBPRERL, — a,q
REABKMHA (DFP) Hu4EAMEAMERN g
HE, XPEBEAR (PMSF) WERmHazE O
MEABMEREREORNENE, HERRAIX 0

AEMEOMNS MR, ALRERE pH
Mgk RRLEMEONSE, AREET M2 MHBERN pH
LR TR,

2.5 MNEWSRE
R (R3), KESHUMEEAN—SERSORSERRE, X B
HASUEGAARE S, FOECNEEGERY, 3 EEARAKRERRS.
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*2 WHEATFHREHOERE £33 RUTRABRINHARED
S WetE AT A K % HxiEh (%)
(ol /L) (%) +mirEH 100
X — 100 AT EHA ]
EDTA 2.0 & FEAES 16
PMSF 2.0 91 BHAEH 12
DFP 2.0 82 BES p.r )
REZM 2.0 126 THERES 58
Mz 0.5 17 AEBAEA 61
WE BK 0.04 53 ERAEG 0
0 E ik 0.03 0 HEH 32

2.6 MAIPHFEBHNE
DML EANEY, BEH 1 ~ 20mg/mL SEEIN B — RAIME, inED LT

71, A Lineweaver-Burk XU B B ¥ E B, KRB Z 8K K, & 0.814mmol/L, V., K

0.65umol. min "' . mg~ ',

3 g

AN &R WD27 5308 P2 a5 8 i B FUK RS HE T S B ke i, (A
MR EEZMARSEREONE, BEAVGEAE YRS, HASEETAE
Kif AL P EHRE pH B ESHRIE, NTiART SAP R & HEREE
#H, AEWBAAEED SAP M ARZEHTRATERI L, BRUREMEH
AERIIHORBAT AT E R P E S . BB RMARE; 6 SAP X FREH&
EEMHAFEHABTOSHEI L EHREY B, SaI:B0E Rt SskERg
%

# & X
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