Ge|0'|'|hs x e ®

AL HEE (Pyruvate kinase, PK) RFIZHAAH
TINETE 50 E/48 ¥

# OB EXNERISLE 2-3 MHERBE AR TN E

MEEX:

PK (EC2.7.1.40) | ZAFAET . Y. SRR IRy, AR FE b B e — 20 RN, 2
BER A R Th i) BRI N —, R ATP Rz —, BRIElE PR TERA HEE .

RE FRTE:
PK fE AR IR i U T B R F ADP 2B R ATP AN EHER,  FLER N SN — D4k NADH FA 79 B % 25 A LR
F1NAD*, 7 340nm FE NADH T g2, Biw] /et PK iEME.

mEENENAR:
LA IO BB OHL. KBE . AR ImL fgE B, R, DKAZE IR

RIEYLRRRFNECH -

RBOR: 60mLx1 i, 4°CIRAT;

R —: VAR S0mLx1 i, 4°CIRIE;;
WA BAIx2 i, 20 CHRATS
WA= Witk 25 nLx2 37, 4CHETE:

HARMRETLIE:

1. AR EGEFRAM: SR BB 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 41 b 540 H
(Uk#tr, ThE 20% 8 200W, HE 3s, [AIRE 10s, FEH 30 K): 8000g 4°CH.0» 10min, M LiE, BiK BfF
bR

2. HA: HBHLFRE (2): BEBHARMmMLYA 1: 5~10 FEE CEUEFREZ 0.1g A2, A ImL $2H
B, BTV . 8000g 4CHELr 10min, B B, EIK BRI,

3. il GO FEm: B,

M HBR:
Iv VBT 30min LA L, PHTEKE 340nm, ZEIEKIHE.
2. FEARIE

CUARF - RIEE ik s P AT EGRA =8, I 22.5mL 37— F1 2.65mL ZEMEK iR, BT 37°C (F
AW 8 25°C e K Smin; IECHLA.

(2 WA= EATBGRT=—3, A 1L.5mL MK A; DI .

(3) 7E ImL A3 AEMAHIA 50 1 L FEAR, 50 v L 355 =F1 900 u L 7=, #57, LBIERK 340nm 4 20s
BT ARG AL AT 2min20s J5 FIWROGIE A2, THE AA=A1-A2.
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PK 7EMETTHE:

1. IfiE (%) o PK & A5

AL E X BESHIE R B4 EhEFE 1 nmol 1) NADH 5& SUA—ANERE 1540

PK (nmol/min/mL) =[AAxV &+ (exd) x10°]+V F=+T=2613xAA

2. HZL Y BT PKE T

(D) AR AR5

PN E X B mg HEUE AR 8 EFE 1 nmol ) NADH & XCN—/ MRS /1 547 .

PK (nmol/min /mg prot) =[AAXV &+ (egxd) x10°]+(V #xCpr) +T=2613xAA=Cpr

(2) IEREAREEE T

BRI E X B g AU P FE 1 nmol 1) NADH & XN —/MEgE 18847 .

PK (nmol/min /g #fE) =[AAXV g+ (exd) x109]+(Wx V £V FEE)+T=2613xAA+W

(3) F2 24 B B0 0 % 5 T

BN E S B 1 T3S0 B BRI 3 B AE 1 nmol 1) NADH & SO — NS 71 540

PK (nmol/min /10% cell) =[AAXV i+ (exd) x10°]=(500xV FE=V FEE)+T=5.226xAA

V Bk RBIRFREAI, 9.75x104L; &: NADH BURIEGREL 6.22x103L /mol /em; d: L& MGAE,
lem; VFf: IAFEARMEEL, 0.03mL; VAES: MARBOEAER, 1mL; T: KBIEAE], 2min; Cpr: FEA
EAPIKRE, mg/mL; W: FEARE, g 500: 4403, 500 /7.



