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il I NAD(H)  ZAFEE T3, Y. AEMAEEFRAE Y, NAD+RBEREE (EMP) FI=RIRIEFR (TCA)
MR BERZR, AR NADH ZNPIRHLTHE (ETC) (LI TAC4A R, (EAMR ATP FEIR, FERK R
#) ROS, [AIHF NADH FiA: NAD+. ¥ Fi. 2 A5 = RARBH 0 4 o 6 ST R R 440 K 73 S dX — A
F5E. NAD(H)Z &A1 NADH/NAD+LUIE KSR AT A T IO B EEAR AT TCA 1BFR MRS . B NAD(H) &
NADH/NAD+ LU 1 B A S RF IR FE S B e, Ab T I SIRES . bAh, NADH/NAD-+ LUAE i 0 rT ki s e A
FTCA Tl T34, NAD+REME =YX AMUE T 45T AUETFIRE B R A 55 B 2 R EIER

5 JR 7 .
0 ) R M A BRLE R B R URE i NAD+AT NADH, NADH i@id PMS HIEEMER, iBJR

EALTEEEE (MTT) AHEE, 78 570nm FAEIIMOGAE; M NAD+R]# ZBE B S B4 JH 8 NADH, #E—2
KH MTT & B .

CA=E- S VE ZHREELR

AIRAOETE. EREOHL. IR 1 mL IS, AR, IKFIZEMEK.

EeillinkNa il e

FRYETREUGH: WAk somLX1 i, 4°CORTE; BMEIREUGH: Witk somLX1 i, 4°CHRAF; WF— Wik 15
mLX1 i, 4°CIRAE:

WA= WiE amLX1 M, 4°CHRTE;
RA=: BAIX1 M, -20 CHRAE, FARIA 4amL 2K, B, AARTEERA 4 CHRE—E;
RAY: BFIX1 ¥, 4 CIRAE, FBIIA 4mL 208K, 15, ARZEIERA 4 CHRAE—~;

WA Wik 1.8mLX1 3£, 4 CIEAE;
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RAAN: Wik 30mLX1 i, 4 CIEfE:

R Witk somLX1 i, 4 CIR1E.

NAD+F1 NADH [R#2EL:
1% (3%) # NAD+F! NADH [JHRER

NAD+FREL: HZMIME R AR (mL) « BRMEIREUBAR (mL Jy 1. 5710 MELH] CERBURZY 0.1mL
Mg G2, AN imL FBREEREURD, 95°C/KIE Smin (#'%, PABFIE/AKHZ): KB4 Z1J5, 10000g
4 CEL 10min; B soouw L EiEW, oA 500w L B4R EBCR A 2 R A, JE2), 10000g 4 C 0>
10min, B LT, BEUK LR,

NADH [H42HL #ZMIME G A (mL « BREERBUEATR (mL 2y 1: 5~10 MEH] CRBURZ 0.1mL
M3 RO, N imL BEPESREGED, 95C/KIE Smin (3%, LABFIL/KSEUR); vkt A HJE, 10000g
4 CEL 10min; HL soow L k&, MO 500w L ERUEIRBOKME 2 A1, J845), 10000g4 C &0
10min, LT, BEUK R,

2 #8434 NAD+F! NADH [fJ3RER:

NAD+HIFEEL: IBALFRE (g « BRURIBAR (mL K 1: 5~10 MILLE] CEBURZ 0.1g HE, T
A ImL BRHESREURD, VKIBHTEE, 95°C/KIE Smin (F %, LAF7IEKGH0) s vkiGH A HIJ5, 10000g 4 C
> 10min; HX 500 L EiEWR, IO 500w L BRPESREGHEME 2 R, V%5, 10000g4 CEE.L» 10min, HX
L3, Bk AR,

NADH FF2H: ZHRAZE (g) « RIERIEAI (mL 2 1. 5710 HIHH] CERIURZ 0.1g 4447,
TN ImL BREEFREGRD, vKIRHEEE, 95°C/K# Smin (#5155, PABTIE/K 80K vkih A %15, 10000g 4 C
B0 10min; B 500 m L LiEW, AN 500w L ERMEFEHGE L2 A, JE%4], 10000g4 CE-L> 10min,
B3, Bk AR,

3 JUBNER4IEE + NAD+F1 NADH Hy$2EL:

NAD+MFREL: Sl EE AN B BB W, ¢ 105, IRANIE I E (104 4) « BRMERIURAAR
(mL) A4 500~1000: 1 FILEBI (i 500 JT4NEER4IAEINN 1mL BRYESRIUD, BRI (UK,
ThE 20% 8L 200W, ##HE 3s, [EIFE 10s, BEE 30 KD, 95°C/K¥S 5min

(#%, PABFIEKABR); vkis A 215, 10000g4 CEL» 10min; HL 500 uL EiEW, A 500 1L
BRPAEAR BRI 2 A0, JRAD, 10000g4 CE4r 10min, B LHY, Bk B3N, NADH FHREL SeldEqni
WANE BB OER, FFLE, WRAESsE (108 A4S - BRMERIGRAF (mL) A 500~1000: 1
MIEE] I 500 MBI ImL BREESREGRD,  EAE B (Kis, ThE 20%E0 200w,
7 3s, [EfE 10s, HEE 30 KD, 95C/K¥A Smin
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(%%, DABFIEK 80 vkishAH 5, 10000g4 CES.L» 10min; HL soow L Ei&WE, A 500 uL
MR BB > A, JRAJ, 10000g4 CEL» 10min, B R, Bk AR,

WE B E:

1. IS 30min AL, ETTRKE s70nm, ZHEKIHE.

2. FER(E 1.5mL 5 EP & FRIKIUINEL -

B4R (uL) IR blre=g
FEA 50 50
17971 250 250
17 75 75
A= 75 75
sl 75 75
WA T 35 35
KA 500 WRE, FTiRBCHE 20min
A 500

F850IR2, ERE Smin J5, 20000g, 25CEL Smin, #F B, JUEHIIA:
vl 1000 1000

VBA, 570nm T, BEEUNRIEOGE AL AIEEWOLE A2, THEAA=A2-AL,

EEFHR:

1o R — RN EREAR Z , TR —. = =MD B e IR SR

2. SRS & e BB X A SHREMERA—. =, = WAHESRD EImRFISs e ®
nsEal—. =, =, WWAEFUHU N 20min J5E IS .

3. [RBIRFE P R

4. & NADHIIEFAA (A2-A1) <0.0302, NADH Ml AA (A2-A1) <0.0222, CARTRZIIBR, Al

TR (O CRIEE R ER ] 20min K F] 60min;

AL 0.2mL FEAIIAN 1mL $FEHR .

(2) RS BOE U &, B 0.2g #F
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5. HTH—MIEEFER—MTRE, RAFIE 50 BFHRIEN 24 /> NAD+E{ NADH..

NAD+FI NADH & EM)itH5:

(—) NAD+EERHHE

FRE A T EA M2 )9 v = 0.295x + 0.0302, R2=0.9978; HH' vy HAA, x N NAD+AE nmol/mL
1. MMiE G h NAD+ & R

NAD+ & (nmol/mL) =[(AA-0.0302) =0.295XV1) ]+ (V3 XV1+V2)=67.8X( AA-0.0302)

2. 4L AESRAN R NAD+E BT R ()L FEA R AR T

NAD+ (nmol/mg prot) =[(AA-0.0302) =0.295XV1)]+(V1XCpr)=3.4 X (AA-0.0302) <+ Cpr
() A Et

NAD+ (nmol/g 8 ) = [(AA-0.0302) +0.295XV1)]+(WXV1+V2)=6.8X( AA-0.0302) +W

(3) &AM T B A L 2% B T B

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

(=) NADH & EHIHE

PRAESE R A B2 A y = 0.2808x + 0.0222, R2=0.9976; iy HAA, x 4 NADH % nmol/mL
1. My K &1 NADH Z&EIHH

NADH &= (nmol/mL) =[(AA-0.0222) +0.2808 X V1) ]+ (V3XV1+V2)=71.2X( AA-0.0222)
2. HZ. ST NADH Bt

(DL REA SR IR L T3

NADH (nmol/mg prot) =[(AA-0.0222) =0.2808X V1) ]=(V1XCpr)=3.6X( AA-0.0222) = Cpr
()3 FEA i T 5

NADH (nmol/g #£E) =[(AA-0.0222) +0.2808XV1)]+(WXV1+V2)=7.1X( AA-0.0222) +W
(3) 4% 4H AT 4 i 25 P v 5

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

V1: AR BAR R HFEEARAEFT, 0.05mL; V2: SIAIRBGEAAR, 2mL; v3: MOAILE (K)  AF: 0.1mL;
Cpr: FEARBEABIKE, mg/mL; W: FEARFE, g; 500: 40MEsk4NE 240 500 Ji.
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ER:

BASKIPE Y 0.1nmol/mL B 0.1nmol/g #£= B{ 0.001nmol/mg prot



