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R¥E-6-B4EL B8 (6-phosphofructokinase, PFK) RAFIEWAH

Sk 100 B/96 #

¥R FRXNERSLE 2-3 MiZE RSB ARIREAR TN E

MEEN:

PFK (EC2.7.1.11) T ZAFET Y. Y. WA IR, 55754 S0E-6-BEER 1 ATP #2409 Sk
-1,6 ZWEERAN ADP, R MERFML AR OCERTIE L —.

TERE:
PFK {1k 95 -6-BEFE T ATP 4= 5 SR M -1,6- —BERR A ADP, 1A 16 1 Ji Al A0 3L 18 I & Wl ik — 2B A4k T M A
NADH &A% NAD*, 7£ 340nm Fll5%E NADH T [%3, B ik PFK 351k .

mEEHESEAR:
BINMPOOCEETHBEARA KR BB, TR S MR A S GI/96 L. BTER. UKAIZE

1K

TR0 4E RE FBC L -

PEHU: 100mLx1 i, 4CIRAT;
WA —: Wik 20mLx1 i, 4°CIRIT;
A= AL, -20CHHRAT;
WA= W1 %, 4CHRAT
WA Wik 8 uLx1 32, 4°CHRAE;

HARATLE:

1. B ECRE TR JeSCR M B R B B OB N, B0 R B IR E AR (100 ¢ 2
BUBAAR (mL) 4 1000~5000: 1 FIEB] (i 2000 77405 SRAMA AN ImL $EEGHD, 8P I il e 4 28 B
gOf (UK, ThER 20% 8K 200W, F# 3s, [HFE 10s, EEA 30 ¥K); 8000g 4CESC» 10min, HU LiE, Bk
AR

2. M4 HBALRE (g) « REGEAF (ML) 1: 5~10 ML CRIFREZ 0.1g 2043, A ImL #2
B, BEATUKIBEIH . 8000g 4°C 50 10min, H LiE, BIK AR,

3. IM3E RO FERL: EERG.

MESBR:

L e sl B bR A AR 30min LA I, 5K S 340nm, ZEIHKIAE.

2. FEANIE

(D R A 17mL 38575 —F 1.13mL ZBBK R 0iE ik, BT 37°C A3 8025C GLEw
) K Smin: FASERIAF 3520 C IR A7, 2R 1E R B R

(2) FERFI =N ImL WK RE), K EESH: AR S 2520 CHR7, RIS
fill;

(3) ERFIPYH AN ImL KRS, K BICERSH AR 02520 CR17, 2R
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fill;

(D EHEATE AT 96 FLARFIIA 10 n L AL 100 LKAI=. 10w L{5PUA 170 w L 357 =, 8
%), SCBIE3% 340nm Kb 20s B FIIROGAE A1 T 10min20s J5 R GE A2, 15 AA=AL-A2,

SER: RFEIHKAL R PRK & A, MOEsGRIE 2 ariF i 12 RA6K, # AA>0.5, MBS K,
V2B BB R IS IR FE 509K B CUF R A U afe DU RERR B A5 480, B0 A0 S B2 8] %2 2min B
Smin, ff AA<0.5, DASE S R G5 .

PFK FE S BRI+

aAREAELEMNENHEARNT

1. I %) PFK 3% /1 KI5

AL E S BREFFIME R B Inmol FbE-6-BEER A1 InmolATP #4444 1nmol SHE-1,6- B2
A Inmol ADP J& XN —ANHIE 77 547

PFK (nmol/min/mL) =[AAXV xia+ (gxd) x10°]+V FE+T=321xAA

2. HE MEEAM T PFK iE A

(D PR EWRE A

BN E S B mg HEUE AR 8L 1nmol HHE-6-BEMZ A1 1nmolATP #%46°4 1nmol HHE-1,6- —BEERFN
Inmol ADP & XN —ANIE 77547

PFK (nmol/min /mg prot) =[AAXV i+ (exd) x10°]+(V FExCpr) +T=321xAA+Cpr

(2) freAEEE A

BN E X B g HEUVE B AL Inmol SEAE-6-BEER A 1nmolATP #4464 1nmol HHE-1,6- B EZ A 1nmol
ADP & SUN— S 77 A

PFK (nmol/min /g #E) =[AAxXV S+ (exd) x1091+(W xV F+V FEE)+T=321xAA+W

(3) 220 T S Mt % 2 o B

BN S B AN AR A A AL Inmol FEAE-6-BEERF 1nmol ATP #44L°~ Inmol RHE-1,6- 6
@A 1nmol ADP & S y— /MBS 1540 .

PFK (nmol/min /10%cell) =[AAXV ZE~+ (exd) x109]+(2000xV Ff+V FEE)+T=0.1605xAA

V R AR R AR, 2x104L; e: NADH BE/RWOGRE, 6.22x103L/mol /om; d: LA,

lem; VF#E: MAFEAMEL, 0.01 mL; VAEE: IASRBURAT, 1mL; T: SSEE, 10 min; Cpr: #f
AEAFIKRE, mg/mL; W: FEAFE, g; 2000: ANEDiafE%, 2000 J5.

b.fH 96 FLER I E BT E AR T
1. MiE ) PFK & JJHih 5
B E L =TI CGR) BB 1nmol RbE-6-BEER A InmolATP #4444 Inmol JHE-1,6- R
A Inmol ADP 5& XA — NG 71 F AL o
PFK (nmol/min/mL) =[AAXV i+ (gxd) x10°]+V FfE+T=642xAA
2. A4, MRS PFK iE /15
(D) HFEARBEEWRE A
BLL e s B mg HEVE AR EELL Inmol SRHE-6-BERE A InmolATP #4424 Inmol JR¥E-1,6- —BEER AN
Inmol ADP & Sy — Mg /7 HAir o
PFK (nmol/min /mg prot) =[AAXV &+ (exd) x10°]+(V FfxCpr) +T=642xAA+Cpr
(2) HrEAEEE A
BN X B g B BEAL Inmol JRBE-6-BFER A 1nmolATP %144 1nmol HRHE-1,6- —BEER AT 1nmol
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ADP & SUN— S 77 A

PFK (nmol/min/g #£E) =[AAXV [+ (exd) x109]+(Wx V FE=V BEE)+T=642xAA=W

(3) 220 T S Mt % R o B

B X B 1 AN B s A 4 B AL 1nmol SEAE-6-TFER AT Inmol ATP #4444 1nmol FHE-1,6- —ff
%A1 Inmol ADP 52 SUN—ANEE 1540

PFK (nmol/min /10%cell) =[AAXV X+ (exd) x109]+(2000xV Ff+V FEE)+T=0.321xAA

V id: RMAE RSB, 2x104L; e: NADH FE/RVEE RS, 6.22x10° L/ mol /em; d: 96 FLIRIGAE,
0.5cm; V FE: MAFEARME, 0.01 mL; VS MARRICGEAF, 1mL; T: KMHEE, 10 min; Cpr:
FEAEAPUREE, mg/mL: W: FEARIE, g 2000: A@EAMEA%L 2000 /5.




