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O P B8 (hexokinase, HK)IRFI&IRAAH
SIFEETE 50 B/48 ¥

# OB EXNERISLE 2-3 MHERBE AR TN E

MEEX:

HK (EC2.7.1.1) [ ZAFET M. MY, BAERAEsFraufrh, 28 % 0 o i 72 v i 38 — AN il
MEAL TGy 6- BT AT e B - BORETR AT 2 T PP R IR IO IR AR RO 2 S

RE FRTE:
HK A0 48] 4 8 O il 6- T R 861 261 W, o1l 1% 48] 461 4k Aot S0 ik — 20 i 1k - 15l 1% 78] 467 1k B &0 2E ik NADPH,
NADPH 7 340nm 7 J54F W i

mEENENAR:
LA IO R GO AR 1 mL g O, BHE, DKAZR K.

RIEYLRRRFNECH -

PEEGR: 60mLx1 i, 4°CIRAE;

WAF—: Wk 30mLx1 I, 4°CHRA7

WA= W< i, 4°CORME: IRHATINA 30mL Z&18/K 7870 Wi . ASTERIRF 7 5 5 -20 C IR 12,
1Y =RV N

WA= Wik 5 mLx1 i, 4°CHRA7;

WA 7x1 3, -20°CHRAF, IEFRTINN 4mL Z8 08K 78 i il 4 F s FIASE AR 73 25 /5 -20 C AR 17,
1Y =RV N

WAL B7Ix1 3, -20°CHRAFs I RTINN 2mL Z8 18K 78 i il 4 F s FIASE ARG 73 2% /5 -20 C AR 17,
1Y =RV N

RN MFIxL 32, 20CHRAE; IRFRTIA 250 u L f5— 250 u L FR KM A AARERR
oy J5-20°CORAE, ZELIE IR

HARMRETLIE:

1. AR EGEFRAML: SRR B B 0B R, B0 LS AR (1044 2K
WA (mL) 2 500~1000: 1 fELE] CGEIX 500 J3 40 B SRATARANN ImL $EEURD, 7 I3 i A 40 b 540
(UK, ThE 20% 8 200W, HE 3s, [AJRE 10s, FEH 30 K); 8000g 4°CH.0» 10min, M i, Bk bBfF
.

2. HA. WBASRE (g): REBAERmML)A 1: 5~10 BRG] CGEFTRINZ 0.1g A4, i 1mL $#2H
WO, ATV I . 8000g 4°C #50 10min, H ik, BEHiK ERFI,

3. il GO FEm: BN,

TRELTE:
1. A6 E A 30min LA, HTTRKE 340nm, AWK IHE.



Ge|0'|'|hs x e ®

20 KGR, = =L DUAITL 37°C (MFLEh) B 25°C CHLE ) Tk 10 34
3. IR
WAL (UL e

A 400

A= 400

A= 80

BRIy 80

AT 40

AN 8

FEA 30

F ERFLBF I 1 mL Arge b @y, SZENRS], AR RN a6, 7E 340 nm P Fid3k 20
PO EIRIAGRIR G RE AT A S 73 20 AP IIMROLE A2, TH5E AA=A2-Al

EREW:

LT woNRE R, ERCKEEG—. = = 0. AiReIRSOR G, T8 10min, BL 30pL FEAR+8UL

WAAS+HmL AR, WA IER LRI .

2. ARSI HAL P HK & IA—FE, ORI 2 fig i 1-2 R, 2 AA>0.5, WA 230 1K,
W52 FH R B R U IR FE A BB (THEE A S e DU IR RS 400, B4 46 S 2N [H] 28 2min, ff

AA<0.5, DAFR S R B .

HK &M EL:
1. 1M GO HK &
BN E S AR TR IME R (ERES B A K 1 nmol ) NADPH 5& XN —ANBHE 7151407
HK (nmol/min/mL) =[AAXV &+ (exd) x109+V #H=T=1113xAA
2. A2, B4 HK
(D EFEARE AR
BALIE X 8 mg AU AR5 2E R 1 nmol i) NADPH & SCA— Mg IE 11 847
HK (nmol/min /mg prot) =[AAXV Jxj@+ (gxd) x10°]+(V F£xCpr) +T=1113xAA+Cpr
(2) EFEAREEE
BRI E X B g RSP AE R | nmol 1) NADPH & XN —NEEE 77 547 .
HK (nmol/min /g #5) =[AAXV -+ (exd) x109]+(W XV FE=V FEE) +T=1113xAA+W
(3) FE4H b BN 25 FE 15
AR S B 1 TTAN B B AN 438 A2 7 1 nmol 1) NADPH & SN — Mg E 71 5407
HK (nmol/min /10 cell) =[AAXV g+ (gxd) x10°]=(500xV FE+V FEE) +T=2.226xAA
V R PR R SRR, 1.038x10° Ly ¢: NADPH BRI REL, 6.22x103 L/ mol /em; d: Hhallygiz,
lem; V£ IIAFEAARRL, 0.03mL; VAEE: IIAFREGHAR, 1mL: T: RBIEE, Smin: Cpr: FEA
FAFKE, mgmL; W: FEAFE, g; 500: IR S41M0%0, 500 /5.



