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A EIESHES (Pyruvate kinase, PK) RFI&EiIREAH

BOESE 100 /96 ¥

# & . EXNERISLE 2-3 ME RSB AR ARSI E

MEZX:

PK (EC2.7.1.40) J"ZAFET Y. 1Y), RCEMME IR, AR A R b iR )E — P OV, 2
BERE A A b i) BB Rk i —, R ATP WSR2 —, KLl PRI ITE A HEE .

M 7E SRR :

PK A4 B I 0 e < P P B2 A1 ADP AR e ATP RIS, FLIR I B — 5 ik NADH 178 R 2 A6 i AL IR
M NAD*, 7E 340nm ¢ NADH FRE#ZE, RIT] M PK 76,

FEENNEFAMA:

LAY OB AR AREOHL. KB, TR, R A S taln/96 FLIR. BHER. UKFIZE

K

IR ZE AR FNECH -

FREUK: 100mLx1 i, 4°CHRAE;
WRF—: Wik 20mLx1 i, 4°CHRAE;
R WX IR, -20°CIRAT
RAN=: Wik 100 Lx2 32, 4CHRIE

HARRAETRLE:

1. BB RN : SRR T B BB 0 N, B0 S 3 RIS AR B SR (104 - 3R
BRI (mL) 24 500~1000: 1 FILGET CGEC 500 J340FE sRANALINAN ImL $REGHE D, 1 i il e 0 B sl 41
ML (UK, ThE 20%8k 200W, 7 3s, [AIFE 10s, 30 ¥X); 8000g 4°C&.0» 10min, M FiF, ByK L
Rrill

2. WA HBALURE () « RERAEB(mL) N 1: 5~10 FIHF CERIZ 0.1g 441, I ImL #2
B, #EATUKIBSIE . 8000g 4°C#50 10min, HX i, BIK AN,

3. IMIE CGRO FERL: BRI,

ME SBR:
Lo 6l T SRR T 30min LA I, 5K E 340nm, ZEIKIAE.
2. FEAE

(1 W57 mS ) I RTEGR =8, N omL 37— 1.06mL FABK TSR, BT 37°C (F
A B 25C CLEWFD KB Smin: BECILA

(2) WA= G RTEGRF =—3, I 0.6mL Z1H/K A DUECHLA

(3) TEREATEEAIMEE 96 AL F I 10 w L BEAR, 10 v LRFI=F 180 u L 57 =, B4, LHIEZR
340nm Ak 20s B FIAROEAE A1 Al 2min20s J& FIWOEIE A2, 5 AA=A1-A2.
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PK FEME I

a. ANEAELENUENHEARDT

1. IM3E CGEO 1 PKE AT HITHE:

ALITE X FTHMLE R R4 EPEFE 1 nmol 1) NADH & XN — /Mg /1 547

PK (nmol/min/mL) =[AAXV &+ (exd) x10°]+V F+T=1608xAA

2. HE, AT PKE I THE:

(D) AR AR

BRI SE e B mg ZHSVER VR0 FE 1 nmol [¥] NADH & SCA— /MG 77 B pT .

PK (nmol/min /mg prot) =[AAxV K&+ (exd) x10%]+(V #£xCpr) ~T=1608xAA+Cpr

(2) FhEAEEE T

BATIE X A g AR NIEAE 1 nmol (¥ NADH 5 SUN— B /7840

PK (nmol/min /g ) =[AAXV i+ (exd) x109]+(Wx V #£=V FEE)+T=1608xAA+W

(3) 520 b S0 M % 5 5

AL E X A 1 AR B A 43 B AE | nmol 1) NADH & X N — Mg 77 47 .

PK (nmol/min /104 cell) =[AAXV [+ (exd) x10°]=(500xV #E=V FEE)+T=3.216xAA

Ve RBARR AR, 2x104L; e: NADH BE/RIEGHREL, 6.22x10° L/ mol /em; d: HLAEIMIEAE,
lem; VAf: JOAFEARMET, 0.01 mL; VAEE: MARBGRAER, 1mL; T: KRMBE], 2min; Cpr: FEA
BAFKIE, mg/ml; W: FEARRE, g; 500: NS4 AE, 500 /5.

b. FH 96 LW E MTHEARWT

1. IM3E CGEO 1 PKEFIHITHE:

ALITE X R T ME R M4 EPTEFE 1 nmol 1) NADH & XN — /Mg /1 547

PK (nmol/min /mL) =[AAXV Jx &+ (exd) x109]+V Ff=T=3216xAA

2. HE, MRS PKE A THE:

(D) AR AR

BRI SE e B mg ZHZVER R0 FE 1 nmol [¥) NADH & SCA— /MG 77 B pr .

PK (nmol/min /mg prot) =[AAxV &+ (exd) x10%]+(V #£xCpr) ~T=3216xAA+Cpr

(2) FhEAEEE T

BATIE X A g AR NIEAE 1 nmol (¥ NADH 5 SUN— B /7940

PK (nmol/min /g #H) =[AAXV i+ (exd) x109]+(Wx V #£=V FEE)+T=3216xAA+W

(3) 520 b S0 M % 5 5

AL E X A 1 A B B A 43 B A | nmol 1) NADH & XN — Mg 77 47 .

PK (nmol/min /104 cell) =[AAXV [+ (exd) x10°1=(500xV #E=+V FEE)+T=6.432xAA

VR RBAR RS, 2x104L; e: NADH BE/RIHGREL, 6.22x10° L/ mol /em; d: 96 FLHGAE,
0.5cm; V FE: MAFEAEE, 001 mL; VFE: MARRDGEMAF, 1mL; T: KMHEE, 2min; Cpr: #
AEATKRE, mgmL; W: FEARBE, g5 500: 4HRBLAIMSE, 500 Ji.



