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WIEERE (Alkaline protease, AKP) EMMIERFIZRAE
B 100T/48S

H OB EXNEZAEEE 2-3 M EER KRS E.

MEEN :

AKP FEFRERRIE S0 T A B IR K AR RS, B T 28R G. Ieoh, ZMERRes K AFEREE. It
ftE, BATHHE KRR ThRE . M B T BE . —, RN TR 28 Rk, ST,

e REE -

TERRPESRME T, AKP ZKFRES S A A RIS SR TERIE S MF T, RIS IR AR R B W 43 WE7E 680nm
AFFAET S, WE 680nm TG EEHE A=, Kt AKP i .

B&{NEEFA M-

A WA I BB AR ORI EL /96 FLAR . KIRHA. RE A BEREas . AT . 0.5 mL EP A

ZRIEK

BRFILE AR ANEC b -

WA Wik 100mL X1 i, 4°CHERAE.

WA BAIX U, 4CHRAF. ImFRTIN SmL Z8 1R /K A A -

WA= MFIX I, 4CEOLARAT . IEARTIA 10mL AR5 —, FKE R HEERA . CATER 55—
JEARGERR, VERWEE, WKL, — BN 15-30 %, ZEFPN AR, FE RS E U
BUBURL AN AL D o

WA X1,  4CORAF. I RTIN 20mL ZER/K I .

RAT: Wik smLX 1, 4CHRAF.

FRdES: WA ImLX 1 32, 0.25umol/mL ARUERR IR, 4°CIR-AF

SRR

1. A% HBALURE (g): WA (mL) A 1: 5~10 BIELE] CEFRENZ 0.1g HZ, A 1mL ik
F—) VKIBAI%E, 8000g, 4°CESLy 10min, HX R, RUFHAEETR.

2. IMIEBEFRR: BENE.

3. 4B, EE: AR (00 WA (mL) 29 500~1000: 1 #JELEI G 500 748N
A ImL R—F—), VKSR DA RE A (ThE 300w, #BA 3 F0, [ 78, EEHAE 3min); AR5
8000g, 4°C, B5.» 10min, H_EiEE Fuk B4R,

M EHRAE

1. 0BT/ B FRAX T 30min, K F] 680 nm, FRIMKHE.

24857 = B = AR D E T 40°CoKBARIE 30min.

3. WEE%: HY 0.5 mL EP %, M 20 pL MBS, 40 pL X7 =, V8515 B T 40°C/KB4R35 10min; MM 40pL
Wi =, JBEIJG 8000g , 4°CE.0r 10min; H 40pL iEW, MMAFI EP 4, FEIIA 200uL 5P, 40uL
WAL, RAJEE T 40°C/KB AR 20min, WREX 200uL F 680nm W& RIS, idh A X ERA

4. MIE: W 0.5 mL EP %, NN 20uL FAEE, 40uL iX751=, IRAJEE T 40°C/KAARIE 10min; A 40uL
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WA, JRAI)E 8000g, 4°CE L 10min; HX 40uL FIEW, MAFT EP 4, T 200ul 500, 40uL
WAL, BAEE T 40°C/AKIE - 20min, TREL 200uL T 680nm I 5E WU, B A MIES. ERES
BEAR, £mdA=, Bimdn =)

5. ZA%: B 0.5mLEP &, I 40ul 748K, 200ul %7000, 40ul W11, BAEE T 40°CKIBHHR
20min, MH 200uL F 680nm M HR UL, A A = EHE

6. FRUER: HX 0.5 mL EP &, FIA 40uL FrdfEdh, 200l wFI0Y, 40ul k5T, JRAIEE T 40°CKRIB R
20min, WREX 200pL T 680nm MG, iH A FRAEE .

R TOEAGRAEE R E—X.

HELAR:

1. HRREAEARETE

AKP SEPERALE L 30°CHRE 5 A 4 8K A= 4 Inmol BEERR N 1 /MEFE H0L.

AKP 7% (nmol/min /mg prot) = C Ax#fEfix (A MWEE—A MNBE) ~ (AREE -—ATHE) xV L
“(CprXV1)=T=125x (AMEE —A XNFIEE) + (AWRHEE—ATAE) +Cpr

2. BRHAREA
AKP I PERALE S 30 CRETORE ih B/ B ALK AR 42 1 nmol BEZIR Y 1 NG H07

AKP i (nmol/min /g B H ) =C fr#Efhix (AMEE —AFNRE) + (ARBHET-ATAHET) xV k&~
(WxV1+V2) +T=125% (A MIEE —A MBRE) + (AWEE —A THE) W

3. HRBAEARTE
AKP iEVEALE S 30° CREZETHE SRR B AE ALK AR A Inmol B2 1 MBI FAT

AKP JEME (nmol/min/mL) =C Fr#fEfix (A JIEE —A MNBE) + (AT —ATAE) xV RE+V1+T=
125% (APEE —ARE) + (AWEET —ATAE)
4.

5. HRAMHBETE

AKP 3G PERALE X2 30°CHRE 104 AR - B ALK AR P72 Inmol BEER A 1 ANBIE A7

AKP JEPE (nmol/min /10% cell) =C #r#fidhix (A MWEE —AXMNBE) ~ (AREE-ATHE) xV &+
(IR EXVI+V2) +T=125x (A M —A WIRE) + (AR —A AT ~4iiufE

C brifEdh: 0.25 pmol/mL FRyfERE ZMRVEW: V [k BEME S AFR, 0.1mL; Cpr: MBS HRIKE
(mg/mL); V1: MR Z SR AF (mL), 0.02mL; V2: RBUREAER (mL), 1mL; T: {4k
SNEFTE] (min), 10min; W: FERRE (2.

EREH:
e P A A1) PR APV B I 3 R A e e



