(R!ngltzj&gLAééﬂq;{}t;fgb

RPE-6-T4BSMBE (6-phosphofructokinase, PFK) RFIELEH
SHKEE L 50 /48

¥ & . FRXNERSHE 2-3 MEE SR ARRER ST E

MEENX :

PFK (EC2.7.1.11) J ZAFETE) . HY). HEEMFIRE =AM, 5 S0R SO0 -6-BE R A1 ATP 35404 SbE
-1,6 ZBEERAN ADP, R BEREfRIE FE M OCEIETI 2 —

MRE FREE:
PFK 4k SR B -6-BE IR A1 ATP A= B R BE-1,6- —WEMR A0 ADP, 74 il 1% i il R 7L 18 o S il 33k — 25 1 R Ak
NADH & b4 1 NAD*, 7£ 340nm Fill5€ NADH FRF#EZ, BIA] bt PFK i1 .

mE SR
LA K. BBl TS 1 mL A GIL, HHE. DKAZR TR

Sl E AR

BUK: 60mLx1 #i, 4°CIEfF;

WA WA 40mLx1 i, 4°CHRAF

WA " BRI, 20°CLRATE, AR 2.8mL Z81R/K 78 0 W A4 F: FAS 58 k) 43 %€ /5 -20 FERAT
W=/

WA= B 52, 4CHRAE. IEFRTIIA 260uL FMUK IS/ IR T IR SRR 25 20 FERAT,
b R E A

BURID: O L6uLx 1 3, 4CHRAE, PRI 2600l KA A EAR & . PR 58 00015 4 520 Ji
(A7, IR VRS

HARRATRLE:

1. M BOE IR0 SN B R S OB N, B0 EFE RIS SR B R (1004 $RHL
AR (mL) 24 1000~5000: 1 #7ELB (GG 2000 75405 sRANALANN ImL $REGHE D, HE P i il e 0 B sl 4
Ml CUKIR, ThE 20% 5L 200W, #B75 3s, [BFH 10s, EHE 30 K); 8000g 4°C &0 10min, HU LiE, BEKE
Reill

2. AR HEHAFRE () REGEF(mL) N 1: 5~10 ELE] CEIRENZ 0.1g A28, I ImL $2H
W, HATUKHBEIH . 8000g 4°CES.Cy 10min, HU i, EK AR,

3. M3E CGRO FERL: BRI,

M E SBFMAER:

v 0BT 30min BLE, WEFT K S 340nm, ZEIHKIEE .

2. AR CRIgl 25 AMFF) MlcHl: B 19mL 7 —F0 1.26mL 377 78 /-5 AR TERRG /%6 5 -20
FEARAE, 2B B ORAL;

3. BIL/EME T 37°C (WAlah) 5t 25°C GLe ) ik 10 40%h.

4y IIRER:
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WAL (uL) e
TAEW 800
HEA 30
WA= 5
R Y 5

B ERREFARITF I | mL A, SERIEST, ki i R P AT, 85K TE 340 nm KT
20 FOIT FIRIEEWROEE AL AT 10 43 20 BRI IR OGS A2, 115 AA=AT-A2,

FEE: AFESIRALR PR 3G A —FE, ORI 2 mirig il 1-2 R0k, # AA>0.5, MIBEEATE K s,
W2 FH BRI B P 2 K FE S99 ETE I U S A s afe DUM RE A BEAS 20, BI04 B S 2 ) 2 2min B
Smin, f# AA<0.5, CAHEERIN R .

PFK SR BRI E:

1. % ) PFK W& HHIiHE:

AL E S BTG G B Inmol HHE-6-BFRFI Inmol ATP #4464 1nmol HHi-1,6- 4R
H1 1nmol ADP & SUN—ANERE /1 540

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

2. HE, A AT PFK IS 71T

(D) FEAR R AR5

BRI E X B mg AVE A MELL 1nmol EAE-6-BEFR AT 1nmol ATP #4464 Inmol S¥E-1,6- BRI
Inmol ADP 5& SH—ANEE /1 HA

PFK (nmol/min/mg prot) =[AAXV &+ (gxd) x10°]+(V FExCpr) +T=450xAA=Cpr

(2) $EREAREEE G

FAALHE X g H AT E L 1nmol S FE-6-BE S AT InmolATP #4k4 1nmol H-4E-1,6- REFZ A1 1nmol
ADP & SUN— MG J1 540

PFK (nmol/min/g #£H) =[AAXV Jx &+ (exd) x109]+(W xV FE+V Ffi2)+T=450xAA+W

(3) 220 B B A0 M % 5 B

AL E M 1 J3A 40T B A i 5 Bl 4k 1nmol FEFE-6-BEFR A1 1nmol ATP 444 1nmol HHE-1,6-
f2F1 1nmol ADP & XN —ANEEGE S84 .

PFK (nmol/min/10*cell) =[AAXV [+ (exd) x1091+(2000xV FE+V FfE)+T=0.225xAA

VR RNARREARR, 8.4x104L; e: NADH BE/RIEERE, 6.22x103L/mol /em; d: LA ILYE4E,

lem; VFE: MAFEARMAER, 0.03mL; VFEE: IMARRBOEAI, 1mL; T: KMEE, 10 ming Cpr: #f
REAFRIKRE, mgmL; W: FEARBFE, g; 2000: 415 S4I%0, 2000 J5.



