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3-SR E AL R S EE(NADH-GAPDH)IX I & i AR B
(t85: BP10239F 5% 48 1% HRER: 340A)
T *E’ﬁ‘ﬂgg
3B HARB SRS REAURA R, ARG Y 3-BE HMESBIEES (EC 12.1.12) 248
B PIRIA T 2 —, #5490 NADH %885, #8403 BB EOARTE A 1.3 BB ERN TR
R, SERERERARNMERENSS. BRENEERUIEL, TEVE. g Bafissil
AR R EEEIEA,
AR FEAEEE 3 BB EDHBONES, IS BEBEDAER RS, F 340nm 40U NADH fy RRE# %
k54 NADH-GAPDH Eg & MY K/
= RFISRARFEE:

RFIA D RAEAE HFRURE AREW
REUR | RIESOmLx1 L | 4°CEEXRTE
1. I&F®ET 8000g4° C &y 2mim
e " o3 AL FERFIEANER;
A= LELRES 20CELRT |, a1 imL BRAERER;
3. REAHSKAEBEHEAERE.
8%
1. ImAET 8000g4° C B> 2mim
e " . FERFEANER;
A= AL 2R 2. PN 0.4mL ZIBAGARR, AR5
HIRXFIDEF20CHRE, BIERE
HRl, =RAAT.
BX:
1. ImFAET 8000g4° C B> 2mim
RA= BIE2 X 20°CIRTEF | EAFIEANEE;
2. AN 0.6mL ZRIBKIARRE R A
D20 CHEEE.
gl HAAR 30mLx1 i 4°CIRTF
1. I&FART 8000g4° C B> 2mim
- " . FERFTENER;
BHE w1 x FORT 2. M LimL ZIBKARER;
3. REABSKFEFEHEAERE.

=. SCEUEEH
sk (FFA)  KE (FHKA) . aXBON. TIERBRIE. KAH (BE. BFHE. £EAB) .
Iml ARLEEI., BOE. ZIMDHRETT. EEBK (EBFK BAKYT) .
9. $5HRNE -
BEIER 13 PEFKIEER (FIIARRERSHE) HITHMSLE, RERERE, RIEMKELES
RIHESFEFARRE, UBEREASRAT AL EAREE !
I =¥ 73§

) LRLAREA:

FRERZY 0.1g LBEARFEAR, IN ImL ZBUR, ZKGASE, 12000rpm, 4°CELr 10min, BUEE, EK
ERE.
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i) : HEmaEAE, JRBALRE (») : REVERFRmML)A 1: 5~10 BEEHIZITIREL.

2 ME/ R
RBERAFH AR EOER, BOFF LE B9 500 TARESMMINAN ImL RZ2EGR, BEK
R (KA, ThER 200W, 87 3s, [@f% 10s, EE 302%) ; 12000rpm, 4°CEil» 10min, B _EFE,
BK R,
] : SmaEAE, ARBEAENMMHE (10°D) « BEVREFRR (mL) F3500~1000:1 ELBIFRER.
Q@ ‘AR (NMFE) @ BEEEN, FER BOEREESN.

2, HMBR:

@ BINDFEFHET A 30min, FFHIFKE 340nm, R EEE 25°C, ZEIBKIAZE,
@ FrBRFIBEZEEE (25°C) .
@ 7 ImL AELEEM (E1F lem) HHRIN:

RFIZA5> (uL) WE &

EFIN 60
B — 20
F= 20
= 20
gl 600

B, Eim (25°C) &M, S 10min
HH R | 20

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

U] 1L BAA BMEETMHE, ATLUEHEK R ZEEE] 20min /FiEE A2, MEEHRMFEFANTEAR
FIHE. SUELHMAEEAREE 1o0pl, MKFIPUHEERLD), MR TEHNMEFRERATEARE
itE.

2. B NEBBARRE, ATLISHE 208 MA—RIA(E, EB—E%M TEAREERSS5HE, BT
A BHERAHEARERNITE.
3. BRCIAME Al XAWBHE 2 (WEAERANEYME, —REFERS, NERERNS
we=) , ATLUEEMAOERNES, ST EHNMEFRRERATEARNENITE.
A MR T FEE RSB IEE Smin [F 12000rpm, 4°CE 10min, EERAT
R 5
4. FAA MEXT 0.5, MERDRRATE QUL E Smin) , SUROHAR (G020uL) , MRTEEHR
RZR(E] T FItEARE VI ERAUELARXNERNITE.
B BRITE:
1. REBEAEARETE:
MR EX . BERARELEDHIEFE | nmol 1Y NADH JE X A—EEE 1 847,
NADH-GAPDH(nmol/min/mg prot)=[ AA+(exd)xV2x10°]+(V1xCpr)=T=193xAA+Cpr
2. REBEAREITE:
MR EX . BRARENIEFE | nmol iy NADH JE X A—EEE /1 B 4L,
NADH-GAPDH(nmol/min/g #8)=[ AA+(exd)xV2x10°]+(WxV1+V)+=T=193xAA+W
3. RAESMBEEITE:
MUEEX . B—ANHAESAEEG D EFE 1 nmol £ NADH & X A—EgIE 8141,
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NADH-GAPDH(nmol/min/10* cell)=[ AA+(exd)xV2x10°]+(500xV1+V)+=T=0.39xAA
4, BRREETRITE:
MEEX: SEHRESHHEFE 1 nmol ) NADH & X A —/NBE 1 B 4L,
NADH-GAPDH(nmol/min/mL)=[AA+(exd)xV2x10°]+ V1= T=193xAA

e---NADH BE/RSEHREL, 6.22x103 L/ mol /em; d-—tbBMFETE, lem,
V—-IINIRBURAER, 1mL; VI--IIAREARER, 0.06mL;
V2--- RV FR BAEFR, 0.72mL=7.2x10"L; T KBS (8], 10min;
W HARE, ¢ 500--MENAMEE, T,

Cpr—RABARRE, mgml; BIERAATN BCA BEABRIKAE.
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