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C &AM (hexokinase, HK)IXFIE AP

BEE 100 /96 ¥

OB EXNERISLE 2-3 MEER B AR TN E

MEBL:

HK (EC2.7.1.1) J"ZAFET M. Y. BRAEVAET SRy, 278 %008 2 fc 72 v 1 58 — AN S i g,
TEALHIETE R AC) o- BRI &I, o- AR W1 460 W A WP AR A A TR LM IR A2 PR 5 S i

e R
HK AL A0 A R o- B R AT 08, o- T R A1 4 0 it SR 33t — 20 (1L 61l R 7 47 B I &0 4E i NADPH,
NADPH 7E 340nm 75 4354 MR A .

FEENENRA:
AN OCEETH B ARA . IR B, BB O, PR R AL B /96 FLAR . BFEE. UK
HZEK

RIRILERRFNECH -

PR : 100mLx1 i, 4°CHRAE;
WA WA 20mLx1 M, 4°CHRAES
WA BFIx1 R, 4°CLERAE,
WA=: BIx1 32, 20CHRAF;

HARRTALIE:

1. AR EIE RN : SR SR B 0B N, B0 A LG, BN REcE (104 - 4R
AR (mL) 9 500~1000: 1 EEHE] Gl 500 7540 EAEMIINA ImL $2IBGHD, 88 75 i il 4 41 B i 4m
L CUKIB, ThE 20% 8L 200W, #B7 3s, [HIFH 10s, EE 30 K); 8000g 4°C &.0» 10min, HU biE, EHiKE
Fril

2. Y HBHAFE (g « RBURAEMRmMLYN 1: 5~10 HH] GRS 0.1g 204, I 1mL 42
WD, HEATUKIBSI9K . 8000g 4°CES.Lr 10min, HU BiE, BIK EARI.

3. MiE CRO FE&: BHEAR.

M E HR:

Iy 6T BB bR A T 30min LA I, 59K % 340nm, ZEIHKIHE.

2. FEAINE

(D ERF AN 18mL 75—, & T 37°C LMD 8i25°C (LEWM) K Smin; H
ARSE MR $ 5 -20°C A7, FE1b R E k.

(2> ERA=ZFIN ImL K7 —, BB AR5 25-20CIRAE, 2RiERE .

(3) fEfME AT EMEE 96 FLAR AN 10 n L AEA, 10 n LRFI=A 180 n L=, B4, EPid%
340nm Ak 20s I EIOEIE A1 AT 5Smin20s & RIBOGE A2, 5T AA=A2-Al.
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R ARSFHAT HKIFE A, MIER R aiiEs 1-2 R, 2 AA>0.5, NBiBHINE 1R
AT SR B AR R BE 4k E A3 BiE R A b e UM AR RS 50, 8040 58 ) S (] & 2min,
i AA<0.5, PUBR S R B

HK &M H:

aANEAXKENUEMNIHTEARET

1. & () HK &

BN RE S R TR IIGE R (ERE B A K 1 nmol i) NADPH 52 XN — NS 715407

HK (nmol/min/mL) =[AAXV [+ (exd) x109]+V F=+T=643xAA

2. M2, HH B4 T HK A

(D HFEARAKRE T

BRI E X 48 mg A 4 A AL 1 nmol ] NADPH 5 SN —ANEHE J1 540

HK (nmol/min/mg prot) =[AAxV K+ (exd) x10°]+(V #:xCpr) +T=643xAA+Cpr

(2) FrEAEETE 5

BT IRE S B g 414U B 2E B 1 nmol (¥ NADPH 5 SCA— /MR 11 8047

HK (nmol/min/g ) =[AAXV &+ (exd) x109]1+(W xV Ff+V FE ) ~T=643xAA+W

(3) F2H B B4 i 2% 5 15

BN IRIE S B 1 3NN BRAN AT 43 B A A 1 nmol ) NADPH 52 SN — NS 715407

HK (nmol/min/10% cell) =[AAXV i+ (exd) x1091+(500xV Ff+V FEE) +T=1.286XAA

V RS R REAER, 2x104L; e: NADPH B/REEHRE, 6.22x10°L/mol /em; d: HLEMGARE,
lem: V& IMAFEAAET, 001 mL: VA IMARBURAR, 1mL; T: KMEE, 5min; Cpr: F£4
HEAFUKE, mg/mL:; W: FEARE, g 500: 4HREAMALEE, 500 /7.

b.F 96 FLIR e It E AR T

1. & () HK &

BN RE S R TR IGE R (ERES B A K 1 nmol ) NADPH 52 XN — NS 715407

HK (nmol/min/mL) =[AAXV i+ (exd) x10°]+V FE+T=1286xAA

2. HZ, AR g HK G

(D HFEARAKRE T

BRI E X B8 mg AU B4 A AL 1 nmol 1 NADPH 5 SN —ANERE J1 540

HK (nmol/min/mg prot) =[AAxV i+ (gxd) x10°](V FExCpr) +T=1286xAA+Cpr

(2) FREAEETE 5

BN IRE S B g 414U B 2E B 1 nmol (¥ NADPH 5 SCA— /M 11 8047

HK (nmol/min/g #f8) =[AAXV i+ (exd) x1091+(Wx V Ff+V FEE) ~T=1286xAA=W

(3) Fi2H B B4 i 2% 5 15

BN IRIE S B 1 3NN BRAN AT 43 B A A 1 nmol ) NADPH 5& XN — NS 71540

HK (nmol/min/10% cell) =[AAXV &+ (exd) x109]+(500xV #=+V FfE)+T=2.572xAA

VR RARREER, 2x104L; &: NADPH BE/RIEGREL, 6.22x10° L/ mol /em; d: 96 FLERGAE,
0.5cm; VA MAFEARMEE, 0.01mL; VAEE: IMARRBUEATR, 1mL; T: KSEE, 5min; Cpr: #
AEERISE, mg/mL; W: FEAE, g 500: 4HEEAIEE, 500 5.



