N
=t l]]
Ve 3L

C B8 (hexokinase, HK)IRFI&IRAAH
SIFEFE 50 BE/48 #

# & EXNERISLE 2-3 ME BB ARSI E

MEEX:

HK (EC2.7.1.1) [ ZAFETE0W0. WY, SRR FRAn b, R 40 0 o i 2 rp (0 3 — A DG g,
MEAL AT G R AL Ty 6- TR AT T B G- BOMETR AT ] 2 T PP R ORI IO IR AR RO 2 S

RE FRTE:
HK 0% %5 08 & - B TR 2 0, o1l IR 8] 467 1 Bt S0 B dk — 25 (i 1k o- 15l % 78 457 1 i &0 2E ik NADPH,
NADPH 7 340nm £ 4F W IS U6 o

mEENENAR:
LA RS GO AR 1 mL SO, HHE DKAZR K.

RIEYLERRFOECH -

$RBOR: 60mLx1 i, 4 CLRAT

R AR 30mLx1 3, 4°CLEAE,

A i<, 4CORAF: IR BTN 30mL Z& /K /i s H . AN ZE IR 7 26 5 -20 C IR 17
1 =RV N

WA= Witk 5 mLx1 H, 4°CLERAE;

WRAIY: MFx1 32, 20 CHRAE, IRFRTANN 4mL ZRIK 78R & s FARZERIRA 9255 -20 C R 1E,
1 =RV N

WA MFIx1 32, 20°CHRAE; IRFRTANN 2mL ZE1K 78 AR & s AR SE MR 225 /5 -20 C IR 1%,
1 =RV N

RANS: BRI 3, -20CHETE: ARTIA 250 w L iR7—M 250 u L 28K A& AR
526520 CORME, AE1IE R IR

AR E:

1. EEIE TR SCBRME AR 0 E N, BOEF EE, SRAEHEAEEE (1041 - R
BUBAARL (mL) 9 500~1000: 1 AELH] G2l 500 7740 B AEMI N TmL $2IGH0D, 8 75 Ik i i 4 B B4t
Ml (UK#, ThE 20% 8% 200W, #E7 3s, [AIBE 10s, EH 30 %); 8000g 4°C &> 10min, B L3, BHik L
FRill

2. HEL WBALRE (g) « RBURAFR@mML)N 1: 5~10 BHLE] CGEFRELZ) 0.1g 2H48, A 1mL 2
B, #HATUKAIHK . 8000g 4°CHE L 10min, B i, Bk LA,

3. I GO FEm: BN,

TRE LT
1. 280606 30min B b, WK % 340nm, ZEEKIEE.
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2. BRA—. = = DA 37°C (WELEI) B8 25°C GLE ) Bk 10 8.
3. fnEEER:

WA (Ul e
RA— 400
A 400
A= 80
RAIPY 80
AT 40
AN 8

HEA 30

B ERRFIFLF IO 1 mL A FE LR, SERIVES), AR R FFLE T, 7E 340 nm K R ids% 20
FOBT FIRTAE B AL R S 43 20 FOEFRUMROBEE A2, 115 AA=A2-Al.

EEE:

LA TUW/NMEIERZE, #BCKIAR—. = =, T, FIZLBIRC IR &9, T#4 10min, HL 30uL FEA+8uL
WASHImL VB AR, VRE) SR Rk IR .

2. ANFASIFALH HK 3 IA—FE, MOERR 2 il 12 AP, 75 AA>0.5, WIULHI4 448 11K,
WAZBUFH B LR B IS MR JE ST EE I UM R A 3 afe DU RERG B A5 450, B4 A R NI 1) 28 2min, (i
AA<0.5, DAFR A R B .

HK 7B E

1. 1M GO HK &

BN IE S AR TR IGE R (ERE 5B A K 1 nmol ) NADPH 52 XN — MBS 715407

HK (nmol/min/mL) =[AAXV &+ (exd) x109+V #H=T=1113xAA

2. HE, MR HK &

(D HFEARAKRETH

BRI E X 48 mg AR 4B AL 1 nmol ] NADPH 5 SN —ANEHE /1540

HK (nmol/min /mg prot) =[AAXV Jzid+ (gxd) x10°]+(V F£xCpr) +T=1113xAA=Cpr

(2) FrEABEE I

AR E X g HAREH 84K 1 nmol ) NADPH & XCA— A& 715847 .

HK (nmol/min /g #£H) =[AAXV K+ (exd) x1091+(W xV FE+V BEE) +T=1113xAA+W

(3) 224 B B0 0 2% 5 15

BN IRIE S B 1 5NN BRAN MR 43 B A K 1 nmol ) NADPH 5& XN — NS 715407

HK (nmol/min /104 cell) =[AAXV Jxi+ (gxd) x109]+(500xV FE+V FEE) +T=2.226xAA

V R PR R SRR, 1.038x10° Ly ¢: NADPH BRI REL, 6.22x103 L/ mol /em; d: hallygiz,
lem; VFE: IAFEAMRER, 0.03mL; VFES: MAIEEURMAR, 1mL; T: KFIAE, 5min; Cpr: FEAS
FAFKREE, mgmL; W: FEAFE, g; 500: IR S4i%l, 500 /.



