Oirenal SER YIRS QQ 1019057849

RYE-6-T4ES B8 (6-phosphofructokinase, PFK)

RFAERFAH
SIEIEEE 50 B/48 ¥

# B ERXNERTISLE 2-3 MHAE BB ARSI E

MEBX:

PFK (EC2.7.1.11) JZAAAE T HY) . WUEMIARE SRR, 508 RPE-6-BERR AT ATP $646 09 Rk
-1,6 —WERRA ADP, SRR AR M S B2 —

XE FRTE:
PFK i Ak SR HE-6-EFR AN ATP 25 Bk SR WE-1,6- — W16 A ADP, 74 TR I s g R 7L I Mot S 34— 25 40k Yk i Ak NADH
FAAE K NAD", 7 340nm Fll5E NADH [, BIn] k PFK it .

mEEHENAR:
LA K GOl AR 1 mL SO, HHE DKAZR K.

RIR LR RRFOECH -

PR 60mLx1 i, 4°C{R#A7;

R —: Bk 40mLx1 i, 4°CIRAT

A= xR, -20°CORTE, EARTAIN 2.8mL ZE1B/K e /I 46 . TR 58 0iR0) 4 234 J5 -20 BEARAE,
ARk I B R

WA= Bflx1 3, 4CORAE, IRAHTIA 260pL Z& MK 7R /0 & s A SRR 70 58 5 -20 BEORAE,
Ak 2 VR

WA Wk 16ulx1 32, 4°CHRAE, IRFRTIIA 260uL ZE MK TSI MES T FAAS 52 (AR 20 2 )5 -20 1
TRA7, 251 R VR

HARMETLE:

1. BB RN SRR B BB 0 N, B0 E I B3GR B R scE: (100 - 4R
BURARAR (mL) A 1000~5000: 1 LGB CEEIL 2000 J740 R SLANMINA ImL $2BGRD, 875 il Al e 2 1 ok
Y (UK, ThEE 20% 8K 200W, A 3s, 1AK% 10s, EH 30 K); 8000g 4°CE.L» 10min, B EiE, BEIK
A

2. HEL WBALRE (g) « RBURAFmML)N 1: 5~10 BILLE] CGEFRELZ) 0.1g 2H48, I 1mL 2
B, MATUKIB 219 . 8000g 4°C B0y 10min, HX LiE, BEIK AR

3. i CGRO FEm: BN,
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Oirenal SER YIRS QQ 1019057849

MELRAMNAETR:

L. B 30min LA L, JHFTPKE 340nm, ZEIEKIHE.

2. TAEW CATll 25 ANFF) MEEH]: B 19mL 355 —F0 1.26mL X7 =7 R4 AR R4 35520
FERAT, 2RIk B R

3. BITAERE T 37°C (WALa) 5k 25°C GLE) TiH 10 44,

4, INFER:
WA (Ul e i
TAEM 800
FEA 30
A= 5
R IY 5

¥ EIRBGRHZF N 1 mL A oEtbfmeb, SERNESS, sk mg FIs FFAaTH, 0 AE 340 nm KT
20 RPN FIRTEEWROLEE A1 AT 10 43 20 BRI RIROGRE A2, 115 AA=AT-A2.

FE: ARSRHAL T PFK G AR, eI iiE i 12 R, 5 AA>0.5, WISLEATE 77K,
A2 P AR B R e 0 4 I S 3 i R CE B A 2 b e DUAH BOR R (5 250 , BG4 S LN 8] 25 2min BY Smin,
i AA<0.5, DASR SR R

PFK B D BRI E:

1. IiE ¥ PFK % 1RITH5:

AL E S BETHE CR) AL Inmol FHE-6-BEERFI 1nmol ATP #4469 1nmol HHE-1,6- — L
F1 Inmol ADP & X N—ANBE J1 5400

PFK (nmol/min/mL) =[AAXV i+ (exd) x10°]=V FE+T=450xAA

2. AR, Mg H PFK V& JTHE
(D EFEARR R
BALIE X B mg HAE A BB EL Inmol HHE-6-BERR A 1nmolATP 44N 1nmol HHE-1,6- —BEERFI
Inmol ADP J& XCA—/NMEIG J1 5407
PFK (nmol/min/mg prot) =[AAXV [+ (gxd) x10°]+(V #£xCpr) +T=450xAA=Cpr

(2) FrEABEE A
HALHIE X B g HEEEEA Inmol FHE-6-BFFR 1 1nmol ATP %444 1nmol JHE-1,6- —BERE A 1nmol
ADP & SU—/NE J1 AL
PFK (nmol/min/g #£H) =[AAXV Jxib+ (gxd) x109]+(W xV FE+V i)+ T=450xAA+W

(3) HZ4H b BN 25 T 5
BALIIE X B 1 TN BRI A A AL 1nmol SEFE-6-BEEE A 1nmolATP ¥4k~ Inmol FHE-1,6- —
EZ A 1nmol ADP JE SN —ANEFE J7 5 AL
PFK (nmol/min/10%cell) =[AAXV &+ (exd) x1091+(2000xV F+V FFiR)+T=0.225xAA

VR RNARREAAF, 84x104L; e NADH EE/RIEEARE, 6.22x103L/mol /em; d: HLEINEAE,
lem; VAE: MIAFEARMAEE, 0.03mL; VEEL: IIASREGREE, 1mL; T: KB, 10 min; Cpr: £
AEARIKE, mgmLl; W: FEAFE, g 2000: 4040350, 2000 /5.
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