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3-FBEER E MBS R S EE(NADH-GAPDH)IX I & i AR

&S : ADS-F-T007-50 Y& 48+ BXH: 3 MAD
—. BRNA:
3B HHE R SIS A RREBEMRER, MERTH 3-BRE I HENRSE (EC 1.2.1.12) 2%
BRI Z—, 570U NADH Ails, & 3 B HER M 1,3 ZHBRE AR TH¥ R
N, SEFERERENMBERENERS. BRENEZEETVIEX, EVGEE. . E8RIEXEL
RIRTPREEEER.
AIXFI SRR 3-BEER HOMER B, IA=BEER HIMER AR, T 340nm 40 E NADH fy TR K
k15 4 NADH-GAPDH Eg5E M A/
= WFIER AR ANE I -
WFILE 5> RFIFAE FrURE ARSI
RBUK AR SOmLx1 3 | 4°CRELIRTE

1. IF®ET 8000g4° C ZEily 2mim
FIRFIENEK;

L AL 20CELRT |, a1 imL BRAERER;
3. RERHSHNESEYHHERE.
BX:
1. I&F®ET 8000g4° C &y 2mim
] — " A FEIRFIENER;
= ]l s 20°CREE 2. N 0.4mL FIBAGARR, AR5
BRI EE-20CRE, BIERE
HEl, = RAA5E.
§X:
1. I&F®ET 8000g4° C &> 2mim
A= ik 2 X -20°C1R 7% FEIXFIENER;
2. PO 0.6mL Z&IBKERRE A AT
20 CHEER.

WA | & 30mLx1 5 4°CIRTF

1. IsFART 8000g4° C B> 2mim
FERFENER;

2. A LimL ZRIBKABER;
3. REABSKIEFEHEAERE.

E8ilEm Ml 1 4°CIRTF

=. SCEUEEH
sk (FFA)  KE (FKA) . aXBON. TIERBRIE. KAH (WE. FHE. £EAB) .
Iml ARLEEI., BOE. ZIDHRETT. EBK (EBFK BAKHT) .
9. $5HRNE -
BEIER 13 PEFRHEER (FIINARRERSE) HITHMSLE, RERERE, REMKELS
RIHESFRFARRE, UBEREFATRAT AL EHREE !
1. #FAREEL:

1) BLEFEAR:
FRERZY 0.1g HLREAR, SN ImL 32BUK, 7CAS%, 12000rpm, 4°CE:(x 10min, EUESE, Bk
W,
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] HEmiERs, FRBALRE (g) : REUEEFRmL)A 1: 5~10 FIELGIFHFITIREL.

2 HE/MEREA:

SRERDS AR B OER, BOBFLE, BY 500 FRERMEMA ImL 12K, BEK
BRRE (K58, ThE 200W, #B7E 3s, [8)fg 10s, EE 30K) ; 12000rpm, 4°CZ:(» 10min, B _Ei&,
BK EFEN,

GE] . ZEmEAE, TRBEESEEEE (10°)  BEGEIFF (mL) J3 500~1000:1 ELFIFREL,
@ BEEHA (iE) - BEEN, &FH BORREERN,

2, RMBR:

@ FBERABMEEER (25°C) .
@ # ImL AFLLEIM (SEF lem) AR

RS> (uL) WE &

EFIN 60
B — 20
A= 20
A= 20
gl 600

BY, =B (25°C) &M, 18 10min
HH R | 20

BERS, =R (25°C) &4, 30s BFF 340nm
AMFEUR LA Al, 10min [FHEIEEL A2,
AA=A1-A2,

U] 1LBAA MEETMHE, ATLUEHEK R FEEE] 20min /FiEE A2, MEEHRMHEFANTEAR
EFE. SUEHMAERE@N 100ul, WHFIMERRL), W EEHMEFREAANTEARE
itE.

2. B REBBARRE, ATLUSHE 208 Al—RIA(E, EB—E&M TEAREERSS5HE, BT
A BHERANHEARERNITE.
3. HERIAE Al KRB 2 (MAERANENHRE, —REERS, NEKERNS
=) , AUEHROEARNESE, WREEHMEFRERNTEARNERTEH.
R EFNHA RN VFEERRE S5 E Smin /F 12000rpm, 4°CEil> 10min, EERATF
6 5
4. EAA WEKRT 05, MERL REATE GURADE Smin) , SoRPHEA=E (@n20ul) , WHTEEHR
RZR(E] T FIEARE VI ERAUELAXNERNITE.
. ERUHE:
1. REEAEARETE:
MR EX: BERARELEDHIEFE | nmol 1Y NADH JE X A— M EEE 1 B 4L,
NADH-GAPDH(nmol/min/mg prot)=[ AA+(exd)xV2x10°]+(V1xCpr)=T=193xAA~+Cpr
2. REBEAREITE:
MR EX . BRARENIEFE | nmol Y NADH JE X A—EEE 1 B 4L,
NADH-GAPDH(nmol/min/g #8)=[ AA+(exd)xV2x10°]+(WxV1+V)+=T=193xAA+W
3. RAESMREEITE:
FEAEN. B—A N HESMAEED HEFE | nmol A NADH & X A—MBE/E 1 847,
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NADH-GAPDH(nmol/min/10* cell)=[ AA+(exd)xV2x10°]+(500xV1+V)=T=0.39xAA
4, BRREEFITE:
BEEX . BEFREESEEEE 1 nmol 4 NADH EX A— M EsE B4,
NADH-GAPDH(nmol/min/mL)=[AA+(exd)xV2x10°]+V1+T=193xAA

e---NADH BE/RSEHEEL, 6.22x10° L/ mol /ecm; d-—-tbBMYETE, lem,
V- IINIREURAFR, 1mL; VI--IIAREARER, 0.06mL;
V2R AR ZR BEFR, 0.72mL=7.2x10"L; T--- R N B8], 10min;
W HARE, & 500--MENAREE, T

Cpr—-HAZBRIRE, mgmL; BIUERARASHN BCA ZEAESERNANE.
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