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REEELES (Pyruvate kinase, PK) RXFIEIREAH

(#5582 ADS-F-T002 43s% 48 #f)
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AEEMES (PK, EC2.7.140) [TZHFETHY. EY. BEYMEFHEH, EAREELREF
NRE—FPRE, EREBERIETNEIERREEz— thET4E ATP X@Er—, FWNE PKFE
MHEBEERX.,

AR MBS (L B G EE N RERER T ADP & Y ATP IR ERER, FLERAR S Bs#—20 &L NADH f1§
BRER 4 A FLER A1 NAD', 7& 340nm TJUE NADH TR, BTk PK &M .
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FIBFR g REFER =F
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5% AR T ER AR,
e — “ B 0.6mL BYZIEKRESH.
S BRAE | 200CEE N

RAARERR TS R E-20°CIRTF,
HIFREFR, =ZXAAR.
FRITARLTERFENKES, Bin
22mL RZRIBKBHRER . BT%
KR FI D £ FE-20°CHRE, BIER
E5E, = XNARE.
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FzE 18K,

M. AEEERHME (PK) BE/EME:
BPUENSLIGANAR 2 MERBFIUNE, THRAMERER, BREIRRRE, BRLOFARFRF
IREE!

I BEARHIE:

A BRREAR:

FRENZY 0.1g LR, AN ImL 2BUK, #HITKABST K. 12000rpm, 4°CEi(» 10min, B E7E, &K
FFW
[GE) - EZEMERE, ATRBEALRE (o) : REVRIFRML)A 1: 5~10 BIELFI#H TR
2 HHE/MEAEA:

EREMARNMEEZECERN, BOEBEFLE BS500 THRESAMEMN ImL 20K, KABR
R AE SRS (KA, ThE 20%3) 200W, 87 3s, [8]fg 10s, EE 30k) , 12000rpm, 4°C
B0 10min, B EFE, BKEFN.
[GE] . FEmMEAE, FIRBER/ABHE (10°4) : ZEUR (mL) A 1:1000~5000 LLFI#HTIZEL.
@ MEHA: BERN., HF41 BOERLEBERN.
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@ FrEIRFI eI B 37°CIKE 5-15min,
@) #RE ImL AELEEM (SR lem) FfIA:

RANBFR (uL) WEE
EFIN 80
B — 360
A= 200
A= 40
B4, 37°CT, = 10min 5
wFm | 40
&S], 10s B F 340nm AMEEUR SE1E Al
Smin FEEUBHE A2, AA=A1-A2,

DE] 1LEAAENF 001, JESEKRYASE T (41 Smin TE 15min 3 FKEER A2) . HIEL AR
AE V1 (4 SopL #EE 160uL, NAF—HERIE L) | SURBIEABMERE W, NREFH T M
VI W BRALAREHITE.
2. B Al KRN 2 (MAERRNEDITH, —REERS, WEKESRKS) o
ROBEAMBEEIR VL (A E 40uL, MEhFE 40uL 2&18K) |, WBEE VI BRA
AREFTE. SEFENFERFINDFERRIESEE Smin f5 12000rpm, 4°CE /L
10min, _EERBTAM,
3. & ALEKT 0.6 RAA KT 0.6, TR DHEAMBEAIR VI (J1EZE 40ul, NFNF 40uL 75 187K)
SR RVESE T (% 2min) |, MHEFEH VI TRARXREHRE.
4. HETEERARE, TUER 10S ER—RKNLE, ER—REMH TRAONERRS5ITE, Bx
NEAEBBRNTEARERITE.
. ERHE:
1, EERAEAREITE:
MraEX: BERAREAEGDHIEFE Inmol A9 NADH EX A—EEIE /1 B AL,
PK(nmol/min/mg prot)=[AA+(exd)xV2x10°]+(CprxV1+V)=T=289.4xAA+Cpr
2, EEAHEITE:
BaEX BRARGHHEDHIEFE Inmol A3 NADH EX A—EEIE /1 B4,
PK(nmol/min/g #£EE)=[AA+(exd)xV2x10°]+(WxV1+V)=T=289.4xAA+W
3. BAE/AREEITE:
MUEEX: 81 TNAE/AEE D HEFE Inmol 9 NADH JE X A—EEE /1 847,
PK(nmol/min/10* cell)=[AA-+(exd)xV2x10°]+(500xV1+V)+=T=0.579xAA
4. MiE PKIENITE:
BEAENX . BEFMBEED#IEFE Inmol £ NADH E X A—EEIE S 84,
PK(nmol/min/mL)=[AA+(exd)xV2x10?]+V1+T=289.4xAA

e--NADH EESEINCEEL, 6.22x10°L/mol /em;  d-—-—-Jt2, lem;

V- IIANRBURATR, 1mL; VI---IABEREFR, 0.08 mL;
V2--- R VRER BT, 7.2x104L; T--- R Rz B [8), Smin;
500 ML AL, T, W--HARE, g

Cpr—-HAZEBRRE, mgmlL; BIERARASH BCA EEAERNAFE.
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