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AEES#EE (Pyruvate kinase, PK) RFI&HAPH
TINEE 50 E/48 ¥

# & EXNERISLE 2-3 ME RSB AR ARSI E

MEBX:

PK (EC2.7.1.40) [ ZAFETEY). Y. WUEMRE A, AR R RE — D RE, &
BER A A T i) B R N —, R ATP (R —, RILlE PR TERA HEE .

R
PK fiE (LB B T ER A ADP “E i ATP RITTRAIR,  FUIR I NG — 25 i b NADH AP AAIR AL 7L IR
MINAD', 7 340nm T¥l5E NADH FRE#s, BIa] [k PK &1k,

mEEHENAR:
LH IO BB OHL. AKBE . AR ImL fSE B, R, DKANZR IR

RIRILERRFOECH -

PRI : 60mLx1 i, 4°CLRAE;
BA—: Wik S0mLx1 I, 4°CHRAE:
B Bx2 i, -20° CORAF
W= WK 25 1 Lx2 32, 4°CIRAE;

HARMAETLE:
1. EEEFRANE. BB E S 0E N, BOEFREE, RRAERAESE (1044 ¢ '
B RL (mL) 9 500~1000: 1 LGB G2l 500 J74H B B4 IN A ITmL $2HGH0D, 8 75 Ik Al i 4 B ml 4t
L CUKIB, THE 20%EE 200W, #87 3s, [EIFG 10s, EH 30 &); 8000g 4°C &0 10min, HU biE, BiKE
E‘?DTJ

HA. HIRALFE (g « RBURAEFI(mL) A 1: 5~10 MR CRUARIZ 0.1g 4H47, nA 1mL 2
Em*z), HATUKIE 513 . 8000g 4°CES.Cr 10min, B EIE, Bk B4R,
3. i GO FEm: BN,

M HIR:

1. B 30min LA L, K E 340nm, ZEIEKIHE.
2. FEARHIE

CUARF R EE ik s A AT EGRA =8, I 22.5mL 33— F1 2.65mL ZEMEK B0 iER, BT 37°C (F
FLEhP) B 25°C e K Smins IECHLH

(2) WA =E S ARG =32, A 1.5SmL Z& /K7 VMR s DUECILA -

(3) 1£ ImL AL N 50 w L FEAC, 50 u L3I =1 900 v L 1771 =, #8257, SZRAIIE% 340nm 4b 20s
BT ARG AL AT 2min20s JG FIWROGIE A2, T AA=A1-A2.
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PK fEMETE:

1. IfiE (%) o PK & A5

BN E S FEESRME R A5 B FE 1 nmol I¥) NADH 5E SR —/MAg i 1 547 .

PK (nmol/min/mL) =[AAXV K+ (exd) x10°]+V FE+T=2613xAA

2. HE. ME AT PK S THE:

(D) AR AR5

BRI RE X B mg AU (AR B FE 1 nmol [ NADH 5 SCA— AT /7 B4

PK (nmol/min /mg prot) =[AAxV R+ (gxd) x109+(V FExCpr) +T=2613xAA+Cpr

(2) ¥EREAREEE T

PN E X B g HRESBEFE 1 nmol 1) NADH € SUN— NS 71540

PK (nmol/min/g B ) =[AAXV i+ (exd) x109]+(Wx V FE=V FEE)+T=2613xAA+W

(3) &40 b BN B 25 P T

BAATRE S B 1 5N B BRI 43 B AE 1 nmol ) NADH & SO — NS 71 540

PK (nmol/min /10% cell) =[AAXV J i+ (exd) x109]+(500xV £+V Ffi)+T=5.226XAA

VR RBAEREAEI, 9.75x104 L; &: NADH BE/RIEHREL, 6.22x10°L/mol /om; d: HLEAMIEHE,
lem; V#E: IIAFEAMAF, 0.03mL; VFEE: MASEERUEAR, 1mL; T: &RMUBE, 2min; Cpr: FEA
EAPIKRE, mg/mL; W: FEARE, g; 500: 4400230, 500 7.



