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4B I NAD(H) S ERF &

AL 50 B/24 R

E OB« ERE TS 2-3 AN ZE SRR IRE A T
MER -

HME T NAD(H)  ZAEE T3 Y. BEYRR RN, NAD+EMEHA (EMP) FI=RIRIEIF (TCA)
MEFER 2, LK NADH ZUFIR B 748 (ETO) ZIBIHFRR%AE, 6K ATP MFEIK, FHRKE
) ROS, [FIEF NADH FiA: A NAD+. BH. He. B AR = KA 20 m (0 S A R 246 DK 4 i dk — 44
Z 58, NAD(H) & &A1 NADH/NAD+EUAE I = A o] FH T IPAN BB AN TCA IBFRIBRSS . BAif) NAD(H) &
NADH/NAD+ LU A 3 40 B P IR RE S R, AL T SRS o bk, NADH/NAD-+ EUAE T iyt w4100 1) 3 T i
FTCA P, F34b, NAD+REMEF=MIXT IS T4 T AETRIEE R 2k 55 B S 2 e A .

e JF
A3 B R e ARt SR B R BURE i NAD+FT NADH, NADH @i PMS WIEEMER, K5

FALRMEME (MTT) AFBE, £ 570nm FREIIOG(E: T NAD+ T4 BB SN2 )5 4 NADH, i —2
KA MTT G5l

G =F: e 2R

AT BB 0N B 1mL B, HHR. DKFIZETEK.

PRI FRI LB B -

FRIMEIRIU: WA somLX1 i, 4CHRAFE; BRMESREUR: Wik somLX1 i, 4CHRAE; K5—: Wik 15
mLX1 i, 4°CIRAF;

WA= Wik 4mLX1 i, 4CHRT,

WA= BX1 R, -20 CORAF, HIRFIIN 4mL Z&080K, TR, HIAZERIRA) 4CLRAF—
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WAY: BFHIX1 M, 4 CERAE, HBTIIA 4mL ZE08K, RS, HAARZERRA 4 CHRE—-;
RFFH: Wk 1.8mLX1 32, 4 CIfFs
WA Witk 30mLX1 i, 4 CHAE;

Wt Witk somLX1 i, 4 CIR1E.

NAD+F1 NADH [Kj#EY:
1M (3%) # NAD+F! NADH [JiRER:

NAD+FREL: HZMIME R AR (mL) « BRMEREUBAR (mL Jy 1. 5710 MELH] CERBURZY 0.1mL
MmiE G, A ImL BRMESRERD, 95°C/KIE Smin (3555, LABTIE/KA B vKBHAHIf5, 10000g
4 CHEL» 10min; H 500w L EiEW, M 500 L APk ERECH M 2 A F0, Y241, 10000g 4 °C &0
10min, LT, BEUK R,

NADH Ml IZHIMiE CF) M (mL) « BHERIGEAR (mL A 1: 5~10 BILs) CGEIURZ 0.1mL
% ), I imL BEEEREUAD, 95°C/KIG smin (5%, BABT1E/KAESD: vkigh A 215, 10000g
4 C

20 10min; B 500w L _RiEWE, M\ 500w L ERUESREUGEfEZ A, JB5], 10000g4 CEL» 10min, HX
i, BUK R,

2 4047 NAD+F] NADH [RIHZHL:

NAD+[FIFRHL: #IBALURE (g) « MRMIREGEAI (mL 2y 1. 5~10 ML G 0.1g 4L, i
A Imb BRPESREGED, VKIGWEEE, 95°C/KIE Smin (#5155, PABT /K800 UKIGH A E1)5, 10000g 4 C &
> 10min; HX 500 n L EiEWE, MO 500 w L BRPESREGHEME 2 R, W5, 10000g4 CE.L» 10min, HX
EiE, Bk AR

NADH HJH2EX:

RALURE (g) « WHRIRAT (mL) A 1: 5~10 MIHLE] GRBUNZ) 0.1g ZH4ZY, I 1mL Bieds
BB, VKIBHFEE, 95°C/KIE Smin (2%, PABTIE/KAMEUR); VKB A 415, 10000g4 ‘CEL» 10min;
U soouL kiEw, O 500wl BRYEFREGEAM 2 A1, JR2), 10000g4 CEL» 10min, HU Ly, BEHiK
A5

3 ZUBRERAHEE + NAD+FI NADH FRIH2HL:
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NAD+[HRI: e AP sk 4l i 2 2 0 I, b, IR s gl iBE (104 4 . RUERIURIAR
(mL) A 500~1000: 1 HIELE] (i 500 SRR SN 1mL BRYESREGRD, HBEAEMBE KE,
T 20% 8% 200W, A 3s, [AIFE 10s, FEE 30 KD, 95CT/KIE 5min

(3%, PABAIEKRZ B8R vkis A 215, 10000g4 CEL» 10min; HL 500w L FiEW, A 500 1L
BAESRBGRAE 2 AN, JB2], 10000g4 CELy 10min, BB, BEIK BN, NADH FUHREL: selsqmi
AR BB OE N, FFLTE, RAE R (108 A4S - BRPEREGRAF (mL) A4 500~1000: 1
ML G2 500 STAHBE BRI ImL BEPESRIGRD, BB (KB, Th¥% 20% 5 200w, #
75 3s, [Hf& 10s, BEE 30 ), 95C/K¥# Smin

(B, AR IEARS M BRER): vKishAH 5, 10000g4 CE.C> 10min; B 500w L FiEW, M 500 uL
WPEIRBURE 2 P A, J82), 10000g4 CE.L» 10min, B EJE, Buk EARM,

NP R:
1. PR 30min BLE, WEFEKE 570nm, FHEEKEE.

2. NFER(E 1.5mL BR EP g FRIKUOMEE -

RN LR (L) o W e
FEA 50 50
A — 250 250
A7 - 75 75
A= 75 75
RFFIPY 75 75
R 35 35
RIS 500 VR, FEELEE 20min
RIS 500

FIRA], #E Smin J5, 20000g, 25°C .0 Smin, 3B, UEHIOIA:

W 1000 1000

VE45), 570nm FELER, IRECHIBIROGE A1 RN ESBOLE A2, HHELAA=A2-AL.
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EREE:
1o R — R E R AR, TR —. = MDY BT IR SR

2. PR AIINE I D BRI DO RIS = = DUATUR A BN, e
meEslii— =, = WMILE AU 20min J& TSN

3. NIRRT R DG

4, #F NAD+IMEH AA (A2-A1) <0.0302, NADH Jll5EFAA (A2-A1) <0.0222, SAKTHREMIEE, wlfan
TR (D) B E SR E R A 20min ZEK T 60min;  (2) {EFEIUFERIGINECAE R, BUEX 0.2g B
ABL 0.2mL AEAIIAN 1mL $2EGE .

5. HTFE—MIEEFHER—DRE, RRF&E 50 FHIEN 24 /4~ NAD+E{ NADH..

NAD+FI NADH & EHIHHE:

(—) NAD+EEMTE

PR T EA 289 v = 0.295x + 0.0302, R2=0.9978; i v HAA, x N NAD+AE nmol/mL
1. Mg R Hh NAD+ R IT 5

NAD+# f(nmol/mL) =[(AA-0.0302) <0.295X V1) ]+ (V3 XV1+V2)=67.8 X( AA-0.0302)

2. AL EEERAIM R NAD+E S TH R (1) R AR B IR B T

NAD+ (nmol/mg prot) =[(AA-0.0302) <0.295X V1)]+(V1X Cpr)= 3.4 X (AA-0.0302) = Cpr

(LR AREEE 5

NAD+ (nmol/g #£E) = [(AA-0.0302) +0.295XV1)]+(WXV1+V2)=6.8X( AA-0.0302) +W

(3) 44 T s i % 2 v 5

NAD+ (nmol/104 cell) =[(AA-0.0302) =0.295X V1)]-+ (500X V1-V2)=0.014 X ( AA-0.0302)

(Z) NADH #ERIHHH

FRAE A T EA M2 )9 v = 0.2808x + 0.0222, R2=0.9976: ' y HAA, x A NADH #KJ/E nmol/mL
1. MMi& G NADH & iitHH

NADH % & (nmol/mL) =[(AA-0.0222) +0.2808XV1)]+(V3XV1+V2)=71.2X( AA-0.0222)

2. AL MREEZHMT NADH EEITHE

(VHEFEARERARE T
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NADH (nmol/mg prot) =[(AA-0.0222) +0.2808X V1) ]+ (V1XCpr)=3.6X( AA-0.0222) +Cpr
()% e A fif T 5

NADH (nmol/g £ ) =[(AA-0.0222) +0.2808XV1)]+(WXV1+V2)=7.1X( AA-0.0222) +W
(3) 2 200 4] B8 i 5 B 15

NADH (nmol/104 cell) =[(AA-0.0222) +0.2808X V1) ] (500 X V1-V2)=0.014 X (AA -0.0222)

V1: A RBAR ZRHFEEARAEFT, 0.05mL; V2: SIAIRBGEAAR, 2mL; v3: fOAILE (K)  A&FH: 0.1mL;
Cpr: FEARBEABIKE, mg/mL; W: FEARFE, g; 500: 40MEENANE 240 500 Ji.

HE:

BAERAS IR )y 0.1nmol/mL BY 0.1nmol/g #f 5 B¢ 0.001nmol/mg prot



