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WPEEAEE (Alkaline protease, AKP) &M &R 7 &1t B
AR 50 B24 K

H B IERNE AT 2-3 AT R OR KA A T

MERX:

AKP FEFRERRIE S0 T A B A IR R AR RS, B T 28R, Lok, IZMERREs K AREREE . It
ftE, BATHHE KRR ThRE . M B R TN BE . —, RN THIZ . 28. fdh. ST L.

W5 [
TERMESAE T, AKP /KARER R 2B R &R (EES T, BRERIE E R IR A4 iy i 9 ¥5 7 680nm
HHRFER G, W5E 680nm WG EEE IR K, KI5 AKP i5 1.

B A E A &
AT KR B R PTIASUEEVAG. 1.5 mL EP . ImL BEES LA MAZETEK .

A AT ) -

R —: Wik 90mLx1 i, 4°CHRIT,

WA =1, 4 CERAE. IRFRTIN 10 mL ZET8K AR .

WA= Bx1 I, 4CEOLRE. IRARTIA 20 mL X7 —, KB REIPERA . (TR Lag
— R REERE, RS, BERK AR, — BN 15-30 e, ZRFDME AR, RS S
IR A E AR D .

WRAIPY: M7x1 M, 4°CHRAF. IRARTIN 50 mL 28138 K M.

WAL Wik 10mLx1 i, 4°CLHAE.

PR A ImLx1 3, 0.25 pmol/mL ARUEBEEBRIAW, 4 CIRIT .
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1. s WBASRE ()« WA —ERmL) N 1: 5~10 BB (BHFRENZ) 0.1g 4044, I ImL ik
uUﬂ VKIRAI3%, 8000g, 4°CELr 10min, B LiE, RPAHEGER.

2. IMIEBEFRE: BENE.

3.0 . HE: BAEE (104 o WG — & (mL) 25 500~1000: 1 FELA] G 500 T340
TN ImL =), UK P REANH (Th3R 300w, #A 3R, ARG 7 F0, ERHE 3min) 5 RS
8000g, 4°C, B5.» 10min, H_EiEE T ok B4R,

W5tk

1 6T 30min, AT K E] 680 nm, ZEMHKIAE.

2. 3 A= B AR Y B T 40°CKH R 30min.

3. MR H—3Z EP A, N 100pl MHERE CMIEEEEFRMD , 200ul WA=, RAEET 40°CKIB IR
I8 10min; JIA 200uL RF=, VE2IJ5 8000g , 4°CESLCy 10min; HX 200pL _H#ER, WA EP 4, TN
A 1000uL 3RFIPY, 200uL WAFITL, RGBT 40°CABRE 20min, T 680nm I E I, L A KTHE

Eo

4. MEE: W—3CEP A, DI 100uL FHEEE (MEEEFRED - 200pl W51 =, R E T 40°CKIER
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I& 10min; JAA 200ul 7 =, YEZJJS 8000g , 4°C &L 10min; HL 200uL L3, IIAFIHI EP &, HIO
A 1000uL 3RFIPY, 200uL WA, B ET 40°CAKB R 20min, F 680nm I E eIk, iC A Wl
. (EESHEEARE, inili=, FEmsH D

5. %A% WX EPE, I 200uL 24K, 1000uL RFIPY 200ul AT, RGBT 40°CKIBHRIE
20min, F 680nm WL, WEN A FHE .

6. FRAEE: EUEP &, JOI 200uL FRdES, 1000ul iRF0Y, 200ul RFTL, RGBT 40CKIBRIR
20min, F 680nm WL, 108 A ARHEE .

TR AR HER I E — IR

THHEAR:

L AR Rk T

AKP JEPERALE X2 30°CREZ 0 (A8 B K F= 4 Inmol BREFE N 1 ANEEE HA7

AKP JfPE (nmol/min /mg prot) = C br#fidnx (A WEE —AXNRE) +~ (AFFHEET —A THE) xV &
“(CprX V1)=T=125x (A MEE —A FIEE) + (ARHEE —ATAE) +Cpr

2. FRHEFEA R

AKP JETERALE X 30°CHFOAE AR5 B ALK AF ™ 2E 1 nmol BEZRR A 1 MBGIE A7

AKP 3% 1% (nmol/min /g #fE ) =C FrifEdhx (A MEE —AXNEE) + (AREE-ATAE) <V k&~
(WxV1+V2) =T=125x (A MEE—AXMNBE) ~ (AREE-ATAE)

3. R RRAR AR5

AKP FEPERALE e 30°CREZFRE R B K= Inmol BRERRA | AN BE HAL

AKP &M (nmol/min/mL) =C FrifEfix (A MEE —A MHRE) « (AMEE —A THE) xV KEA+VI=T=
125x (A MEE —A XFIEE) + (AFREE —A TAE)

4. FRIRANH AT

AKP JEPERALE X 30°CHE 104 AN B ALK AR 2E Inmol BEZRR A 1 AMBEIE AT

AKP JEPE (nmol/min /10% cell) =C #x#fidhix (A MWEE —AXMBE) ~ (AREE-ATHE) xV &+
(HIEEXVI=V2) +T=125x (AJIEE —A SEE) + (A S —A TAE) ~HE

CAr#ESh: 0.25 p mol/mL PRUEMEEMRVEW: V & BE(RIR AR, 0.5mL; Cpr: AABGRE HFUKE
(mg/mL) ; V1: IOARFAR R FHEERAAR (mL) , 0.1mL; V2: EBOEEAER (mL), 1mL; T: f#
MRS E] (min) , 10min; W: FERRE (g) .
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