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

sk 100 B/96 ¥

¥R FRXNERSLE 2-3 MiZE RSB ARIREARMTTUNE

MEEN:

PFK (EC2.7.1.11) T ZAFET Y. Y. WA TR Y, 55054 S0-6-BEER A1 ATP #6409 Sk
-1,6 ZWEERAN ADP, R MEREML AR SR TIE L —.

TERE.
PFK {4k 95 -6-TEEE T ATP 4= 5 SR -1,6- —WERR A ADP, 1A M6 1 Ji Al 10 2L 198 I & Wl ik — 22 A4k T M A
NADH &4 NAD*, 7F 340nm Fll5%E NADH T [&3=, B ik PFK 35k .

mEEHESEAR:
BINPOO T BEARA . KE R BB, TR RS A S BI/96 LR BTER. URAIZE

1K

7RO 4E RE FRBCH -

PEHG: 100mLx1 i, 4°CHRAT:
AAN—: WA 20mLx1 ¥, 4°CIRAF;
WA= A<, -20°CIRAT
WA= Bfix1 32, 4°CHRAT;
WFAIDY: Witk 8 ulxl %, 4CHRAF;

HEARETLE:

L. AHEH B R4 SRR B BRI 3 B 0 Y, B0 R I EIE: IR IRR B BRI B (104> $REL
WAEFL (mL) 29 1000~5000: 1 FELH] (i 2000 J7 20 BCAHME DN ITmL $EELH0D, 88 75 Uk AR R 2 1 B 4
M CUKIR, ThE 20% 8K 200W, #E7E 3s, [AIFH 10s, FE 30 ¥X); 8000g 4°C &L 10min, HU LiE, Hik Lk
Rl

2. AR HBASFRE (2): REUHAER(mMLYA 1: 5~10 FILLE] GEHRENZ 0.1g A4, i 1mL $2E
W, BATUKBEIHK . 8000g 4°CE Ly 10min, H L, Bk LA

3. MM CGRO FEf: BRI,

MESBR:

L el sl B bR A A 30min LA I, 5K S 340nm, ZEIKIAE.

2. FEANIE

(D 7R A 17mL 3857 —F0 1.13mL ZBBK R iE R, BT 37°C AW 8025°C e
Fi) KHE Smins A TE MRG58 /5 -20 C AR A7, 2510 I 5 VR fl:

(2) FERFI=HMA ImL WK RE), K EESH: AR S 2520 CHR7, bR ER
fill;

(3) ERFIPYH AN ImL ZZKFRE), K BIERSH: AR5 2520 CRA7, 2RI
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fill;

(D ERHEATE AT 96 FLARFIIA 10 n L BEAL 100 LKAI=. 10w L{5IPUA 170 w L3057 =, 8
%), SCBEIE3% 340nm Kb 20s B FIIROGAE A1 T 10min20s J5RIROEE A2, 15 AA=AL-A2,

SER: R ALR PRK & A, MOEsGRIE 2 ariF i 12 RA6K, 2 AA>0.5, MBS K,
V2B BB R IS IR FE 509K EIEI CUF A U afe DU RERR B A5 280, BUAH 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% /I KI5

AL E S BREFRIME R B Inmol FbE-6-BEER A1 InmolATP #4464 1nmol SHE-1,6- B2
A1 Inmol ADP J& XN —ANFIE 77 547

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

2. HE HMEEAM T PFK iE A

(D HFEARBEEWRE A

BALL e s B mg HEVE AR EELL Inmol RHE-6-BEERH InmolATP #4424 Inmol FRHE-1,6- —BEER AN
Inmol ADP J& XN —ANIE 77 4L

PFK (nmol/min /mg prot) =[AAXV K&+ (exd) x10°]+(V F£xCpr) +T=321xAA+Cpr

(2) HEFEAEEE 5

BN E X B g HEUVR 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 #H) =[AAxXV S+ (exd) x1091+(W xV F+V FEE)+T=321xAA+W

(3) 220 T S M % 2 o B

BN E S B 1 TR B A A B AL 1nmol A -6-BE R T InmolATP ¥4k Inmol HHE-1,6-
@A Inmol ADP & S y— /MBS /1540 .

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

V RE: RNERBMAER, 2x104L; e: NADH BE/RWHHRE, 6.22x103L/mol /om; d: WAL,

lem; VA WMAFEARMAEF, 0.01mL; VFES: IARBUEAF, 1mL; T: KMEE, 10 ming Cpr: #
AEAFIKE, mg/mL; W: FEARFE, g; 2000: A0HEsk4NfLE%, 2000 /5.

b.FH 96 FLARI % MITHE AR T
1. MiE ) PFK &/ Hih 5
B E L =TI CGRD BB 1nmol FbE-6-BEER A InmolATP #4444 Inmol JHE-1,6- R
A Inmol ADP 5& XA —NHHE 71 FAL
PFK (nmol/min/mL) =[AAXV xia+ (gxd) x10°]+V FfE+T=642xAA
2. A4, MRS PRK iE /it 5
(D FEARBEEWRE A
BALL e s B mg HEVE AR EELL Inmol SRHE-6-BEEE A InmolATP #4424 Inmol FR¥E-1,6- —BEERAN
Inmol ADP & SN — Mg /7 HAir o
PFK (nmol/min /mg prot) =[AAXV K&+ (exd) x10°]+(V F£xCpr) +T=642xAA+Cpr
(2) HEFEAEEE 5
FALIE X B g BB EAL Inmol JRBE-6-BFER A 1nmolATP %444 1nmol S HE-1,6- —BEER AT 1nmol
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ADP & SUN— NS 77 A

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

(3) 220 T S Mt % g o B

B X A 1 AN B s A 4 B AL 1nmol SEAE-6-TFER AT Inmol ATP #4464 1nmol FHE-1,6- —ff
%A1 Inmol ADP 52 SUN—ANEE 1540 .

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

V id: RNAE RS, 2x104 L; e: NADH FE/RVEE RS, 6.22x10° L/ mol /em; d: 96 FLIRJGAE,
0.5cm; V FE: MAFEARME, 0.01 mL; VS MARICGEAF, 1mL; T: KMHE, 10 min; Cpr:
FEAEAPUREE, mg/mL: W: FEARE, g: 2000: AH@EAREA%L 2000 /5.




