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# A FRXNERSPE 2-3 MHIES B AR AR M E

MEEN :

i I NADH) ZAZE T3, Y. WUEMAEE R, NAD WM (EMP) 1 =R ERIGIF
(TCA) WFBAZAM, LN NADH ZIFIR T4 (ETC) (LB TR A A, 48 ATP (W [FI,
JERCKE R ROS, [FIE) NADH 459 NAD . #i. HE. B R = KA 2 o 6 440 R R 448 K8 438
WXk R5E M. NADH)® A NADH/NAD AR F) sl mT T PPN BEBE AR AN TCA TEERARSS . Bmi
NAD(H) 5 NADH/NAD* LA Ut IR A PR IR FE SR i st i, b Tid EAIRES . h4h, NADH/NAD* IL{E F =it
ATANHIFEREAR A TCA 53R, 534k, NAD RIS MG 545 RBRERRES LA & B HEEE
A

MERIE

45 0l F R PR AN BV 2 BRGR 3 URE & - NAD Rl NADH, NADH @il PMS & EH, i J5 & b B w15
(MTT) JHBE, 7E 570nm FATIOGAE: 1 NAD F 4 LB it S 8L J5 9 NADH, #—5K ] MTT i&

JEFAS I o

mEEMEENR .
BRI BaELONL. BIEE. 96 FLiR. BHEE. UKRIZEIRK.

R LR AR AN ED ) -

FRPESR G : WAk SomLx1 i, 4CHRTE;

BRI SR AR : AR SOmLx1 i, 4°CHRTF;

W5 WK 10 mLx1 i, 4°CLRAE;

R Wi 3 mLx1 i, 4°CIRAT

WA= W<, -20 CLRAE, PRI 3mL Z&0K, A, ARG 4 CHRE—A;
WA BFIx1 M, 4 CORTE, FIRFIN 3mL Z8480K, A1, FA 2R 4°CRAE— ),
RFTL: Widk 3.6mLx1 i, 4 CLRA7;

WA/ Widk 30mLx1 i, 4 CLRAF

RF-E: Wik 50mLx1 3, 4 CIRAF.

NAD*#1 NADH HJ$2EY:

1 M#E () & NAD*FI NADH K :

NAD*RUHREN: #ZMRIME CRO AR (mL) « BYEIREURAT (mL) 4 1: 5~10 BLLf] CERBURZ) 0.1mL
Mg CGRs A ImL BRI, 95°C/KE Smin (355, VARG IR/KHUR)s vk ¥AHIJ5, 10000g 4 C
B5.0 10min; HL 500pL EiER, AN 500pL SRPESREGK 2 A, WA, 10000g4 CECr 10min, HY i,
B UK AR

NADH BUHREN: #&MRIMIE GO A (mL) « GREEFEIBBATR (mL) 4 1: 5~10 ML) G ICZ) 0.1mL
M CRs A ImL BRI, 95°C/KE Smin (3%, VARG IR/KHUR)s vk ¥AHIJ5, 10000g 4 C
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2.0 10min; B 500pL _Fi&#, IO S00ul BRYEFREGE M 2 A, Y85, 10000g4 CEL» 10min, HU L3,

B UK AR

2 45 NAD*HI NADH [H$2EL:

NAD*BYIRER 2 IRAHLZURE (o)« MIMEIRBURIA (mL) Jy 1: 5~10 LR G 0.1g 4241, A ImL
FRVESEHGHD , VKIAIEEE , 95°C/K¥A Smin (§5 %5, LARG LKA HUK): vk 215, 10000g 4 CE L
10min; X 500puL biE#, I 500uL BRPEERHGHE 2 B, JB5), 10000g4 CE.C 10min, B LG, HE
UK BRI

NADH F9IBEN: 1%RZZUME (o) « BPEIREURAR (mL) M 1: 5~10 BELH] CEWZ 0.1g 448, A
ImL BRIESEEGRD, VKAWHES, 95°C/KIA Smin (555, PG L/K 280 VKB A HIJ5, 10000g 4 C B0
10min; X 500puL biE#, O 500uL BEPEFRIGHE 2 B, V85, 10000g4 CE.C 10min, B 3G, H
UK BRI

3 HMERANE T NAD 1 NADH K25

NAD*HUREN: SeUSCER BN B 2 25 08 i, 70 B3, IR B i dcs (1004 o BRVESR IR IA A
(mL) 5 500~1000: 1 BJEGEI CEIL 500 JTA B MINA ImL BRIESREUBD, BB (vkig, Thie
20% 5K 200W, A 3s, [ABE 10s, FEA 30 %), 95°C/KIE Smin (#5%, LABTIE/KELK); WKIEH ARG,
10000g 4 ‘C B> 10min; HX 500uL B, M0 500uL e id BEEGRAE 2 FFAT, JB41, 10000g 4 C B
10min, B EiE, Bk BRI

NADH BYHREN: ZoUSCER 4B an b 3 250 I, 70 B3, 1R B AR (104 )« BRPESR BG4 AR
(mL) 5 500~1000: 1 BJEGEI CEIL 500 JTAH B AINN ImL BPESREURD, B R (vkig, Thie
20% 5K 200W, 7 3s, [ABE 10s, EEA 30 %), 95°C/KIE 5Smin (#5%, LABTIE/KELK); WKIEH ARG,
10000g 4 ‘C B> 10min; HX 500uL B, M0 500uL BRVEIRBURAE 2 FRAT, JB41, 10000g 4 C B
10min, B EiE, Bk BRI,

MRE S
1. 66 T e B AR T 30min LA E, AT SE 570nm, ZIE/KIHZE.
2. JIBEFR(E 1.5mL ki 8 EP & % RRRIINAE) -

A4 FR(QL) S HRE e &
FEA 20 20
A — 80 80
7wl 30 30
WA= 30 30
77 Y 30 30
AT 30 30
2%l 200 RS, ZEIREEHE 20min
AN 200

787 R2), HE Smin J5, 20000g, 25°CE.L Smin, FF B, VUEHIIA
AL 400 400

VRE), U200 w L #REMEATE AL 96 FLIRH, 570nm T 2B R OGE A1 FIJIE & ROBE A2,
T AA=A2-AL

AR
Lo IR — B E AR, AR — = = AN D0 4% LI BC iR A
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2+ ORI E A A P BRAO DO R I e — = = DUMTLR A EnutGnsss e

zeiH— = =, PRS0 R 20min J5 FEI0EGR 7S

3y RN IR b R .

4. FHFNADHUEHFAA (A2-A1) <0.0302, NADH Ml HAA (A2-A1) <0.0222, PEHIFEA FIHEES &
BUAL, CARTAMM, "o FwE. (D Klle @ E R 20min 4 3] 60min; (2D 7EFRHHY
By nBore &, RIEL 0.2g FEAREL 0.2mL FEAIIA 1mL $2 50K .

5. BT MEERERE - DXRE, ARXHE 100 ELRIEN 48 4~ NAD'E{ NADH.

NAD*#1 NADH S E i+ .

(—) NAD*EEHHE

FRESAE T I BZE )9 y = 0.1475x + 0.0302, R2=0.9978; Mty HAA, x A NADKSE nmol/mL

1. IMyE CGE $ NAD* S EITHE

NAD*% & (nmol/mL) =[(AA -0.0302) +0.1475xV1) [+(V3xV1+V2)=135.6x(AA -0.0302)

2. AL YR NAD & i
(DIFEARE IR

NAD* (nmol/mg prot) =[(AA -0.0302) +0.1475xV1)]+(V1xCpr)= 6.8x(AA -0.0302) +Cpr
()3 e A H 1155

NAD* (nmol/g #£ ) =[(AA -0.0302) +0.1475xV1)]+(WxV1+V2)= 13.6x(AA -0.0302) +W
(3) 2 200 T S50 5 2 o B

NAD* (nmol/10% cell) =[(AA -0.0302) +0.1475xV1)]+(500xV1+V2)=0.027x(AA -0.0302)

(=) NADH ZEHIitE
FRiBE 2 T I B 28 )9 y = 0.1404x + 0.0222, R2=0.9976; Hry HAA, x A NADH ¥ E nmol/mL
1. My K> 1 NADH & &EITH
NADH % (nmol/mL) = [ (AA -0.0222) +0.1404xV1) [+(V3xV1+V2)= 142.5x(AA -0.0222)
2. MY M NADH & &5
(DIFEARE IR
NADH (nmol/mg prot) =[ (AA -0.0222) +0.1404xV1) ]+(V1xCpr)= 7.1x(AA -0.0222) +Cpr
()3 e A H 1155
NADH (nmol/g #£#) =[(AA -0.0222) +0.1404xV1) J+(WxV1+-V2)= 14.2x(AA -0.0222) +W
(3) 2 200 1 S04 5 2 U B
NADH (nmol/10% cell) =[ (AA -0.0222) +0.1404xV1) ]+(500xV1+V2)=0.028x(AA -0.0222)

Vi IARFAERZPEEAER, 0.02mL; V2: WMARBGRAETR, 2mL; V3: IIAME GO FFH:
0.lmL; Cpr: FEAZBERIKE, mg/mL; W: FEARE, g 500: JAES4NE S5, 500 J5.
R BRRKEIERE A 0.1nmol/mL B, 0.1nmol/g £ B¥ 0.001nmol/mg prot



