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IHiX— 1k R5ER. NAD(H)& &1 NADH/NAD* HU{E 1) il o] T PPN WEEZ AR AN TCA 183 105855 . Hmii
NAD(H) % NADH/NAD" LU AH Ui AR 4 M IR FE SR A i, AL Tt EAIRES . tk4h, NADH/NAD* LU F it
AR AR TCA 53R, 54k, NAD @SS AE 5145 RERERRESAE BB EE(E
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A3 500 R T e A 1k $E B B BURE (i NADAI NADH, NADH @i PMS [ S /ER, 6 5 A AL R ise e i
(MTT) N, 7E570nm FHEIMEGE: 1 NAD A 4% 2 B B A B8 R o NADH, #F—25 R MTT if
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mEEHMENRR:
BEpRA. BB 0L, B, 96 FLAR. BIFEE. DKMIZEIEIK.

WIALERR FAELH -

FRIMESREUR: A4 SOomLx1 i, 4°CLRAF:

PERPESR A : WAk S0mLx1 fiL, 4°CHRAF;

WRF—: AR 10 mLx1 i, 4°CHERAF;

WA= Wik 3 mLx1 i, 4°CHRA7

WA= B7Ix1 I, -20 CHRAE, FRDIA 3mL 2858/K, BA, AAERRA 4°CHRA7A—H;
RN k<1 i, 4 CHRAE, FAIRDIN 3mL 25K, RE, FARZEMRA 4CHRE—AE;
WA Wk 3.6mLx1 i, 4 CHRAF

WS AR 30mLx1 I, 4 CHRAF;

WA Wk SomLx1 i, 4 CHRAF.

NAD*$1 NADH AJ32 Y :

1 ¥ () & NAD*AI NADH KR :

NAD*RRER: #&MRIMAE () A (mL): FRMEIRIUBAF (mL) 4 1: 5~10 MELf] (GRS 0.1mL ffil
B CGE, I ImL BRYAEFREGED, 95°C/KIE Smin (5%, BABH LKA UL vKIGHA I, 10000g 4 C
B0 10min; HX 500l BiEW, AN S00uL BRIESEHUREZ /1, JB2), 10000g4 CE L 10min, HU LI,
B UK AR

NADH FYHRER: #MiiE () A (mL): BREESRBOGEAF (mL) A 1: 5~10 BELH] CE IR 0.1mL
M3 GO, I ImL BREESREGED, 95°C/KIE Smin (3%, PABFILAKSBS); vkishAH1J5, 10000g 4 °C
B0 10min; HX 500l BiEW, AN 500uL FRMEFEHUHEZ 1, VB2, 10000g4 CE L 10min, HU L,
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B UK AR

2 444 NAD*HI NADH [J4RER:

NAD*BIREY. 4% HRH 2T & (o) MRMEIRBURAARN (mL) A 1: 5~10 (IELH] CEICENZ 0.1g 444, AN ImL
FRIEIRBGRD, VKIBWHES, 95°C/KIE Smin (F55, LABTIE/KAHUR): UKIBHAEIE, 10000g 4 C &L
10min; X 500uL E3EW, I 500pL BRSO < A, VRS, 10000g 4 CESL 10min, B EiE, B
UK BRI

NADH BY$RER % MR AUF R (g): BRMEIRBURAARE (mL) M 1: 5~10 (ELH] CERZ) 0.1g 4N, A 1mL
BRPESRIUAD, VKBRS, 95°CIK¥ Smin (F5%5, PABFIE/KZMHLS): vk 205, 10000g 4 CE L
10min; HX 500uL BiE#, A 500pL FRIEIRICH 2 FF1, RS, 10000g4 CE.C 10min, H LG, &
UK BRI

3 JHIRERAAE T NAD A NADH IR ER:

NAD*HO$RER: JClCEEA s Al B B0 W, 701G, RBAIE st de (1044 MRSV A R
(mL) 4 500~1000: 1 GG G 500 J74H R ERANAANN ImL BRYESREGED, B B (v, ThE
20% B 200W, HiA 3s, (A% 10s, A 30 %), 95°C/KIE 5Smin (5%, PABTIEKA B tKiEHRA1)E,
10000g 4 C&5.0» 10min; H{ 500pL L&, AN SOOuL BRMEFE R AL 2 F AT, JB%A), 10000g 4 C B0
10min, M B, Bk EAFI.

NADH BUHREN: JLUCAEAn sk g B es 08 W, 77 1IE, IRIRANm s g (104 ) BRI AR R
(mL) 4 500~1000: 1 GG G 500 /40P ERANAANAN ImL SRPESREGRD, B B (vkis, ThE
20% B 200W, HiA 3s, [ARE 10s, EE 30 %), 95°C/KIE 5Smin (5%, PABTIEKA B IKiEHRA)E,
10000g 4 C&5.0» 10min; HL 500pL L&, I S00uL BRHEFEHURAE 2 F AT, JB%A), 10000g 4 °C B0
10min, M B3, Bk AR,

MRE L
1. 266 a BRI 30min PLE, 5K E 570nm, FIE/KIHE.
2. JNRERE 1.5mL kil EP & i R B IINEE:

WA A FR(UL) xof B )
FEA 20 20
BH— 80 80
A= 30 30
A= 30 30
Ry 30 30
BT 30 30
A 200 RA, FiRELHE 20min
A 200

Fe4MRA], ERE Smin J5, 20000g, 25°CEC Smin, FF_EWE, PO
R 400 400

V), H200 w L ¥R B ME AT AIEE, 96 FLARH, 570nm T ELHCH REIOGAE A1 Al e BB E A2,
THHEAA=A2-Al,

ARE:
Lo MR —VEEREAR R, AR = = AN DU4% LI C iR 5V
2 ORISR I D R D). R I SE N = = DAL R BNt e
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zgalsn—. = =, WAMTELAUR R 20min J&5 BRI S .

3. PSR

4, #FHNADMEHAA (A2-A1) <0.0302, NADH M HAA (A2-AD) <0.0222, VLHIFEAPHRG &=
BUC, CARTRMMR, "o T s (1D R e & R 5 B 8] 20min ZK ] 60min; (2) 7EFREU B
BB R, BIEL 0.2g FEAEL 0.2mL A 1mL $2HUE .

5. HITR—MIEEFER—MEE, AuGHE 100 & ORUEN 48 A~ NAD E{ NADH.

NAD*#1 NADH & EMitH:

(=) NAD'&EMTHE

FRESAE T I B 289 y = 0.1475x + 0.0302, R2=0.9978; My HAA, x A NADKSE nmol/mL

1. IMiE G $ NADY S EITH

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

2. HE, HMEEAR T NADS #iHE
(AR R EIR A

NAD* (nmol/mg prot) =[(AA -0.0302) +0.1475xV1)]+(V1xCpr)= 6.8x(AA -0.0302) +Cpr
Q)FhE A

NAD* (nmol/g #H) = [(AA -0.0302) +0.1475xV1)]+(WxV1+V2)= 13.6x(AA -0.0302) W
(3) 240 T S 4 5 P B

NAD* (nmol/104 cell) =[(AA -0.0302) +0.1475xV1)]+(500xV1+V2)=0.027x(AA -0.0302)

(=) NADH §EfitE
WAL T I H 28 9 y = 0.1404x + 0.0222, R2=0.9976; My NAA, x A NADH #J¥ nmol/mL
1. 13 GO 1 NADH & &ITH
NADH & & (nmol/mL) =[ (AA -0.0222) +0.1404xV1) H(V3xV1+V2)= 142.5x(AA -0.0222)
2. HE, HMEEART NADH & &Eit 5
(AR R EIR A
NADH (nmol/mg prot) =[ (AA -0.0222) +0.1404xV1) ]+(V1xCpr)= 7.1x(AA -0.0222) +Cpr
Q)FhE A T
NADH (nmol/g #£ ) =[(AA -0.0222) +0.1404xV1) H(WxV1+V2)= 142x(AA -0.0222) +W
(3) T 240 T A 2 P B
NADH (nmol/10% cell) =[ (AA -0.0222) +0.1404xV1) ]+(500xV1+V2)=0.028x(AA -0.0222)

s N RBAR R PR, 0.02mL; V2: IIAIRBGHAI, 2mL; V3: IOAIMTE GR) AR
0.1lmL; Cpr: FEARZEARMKE, mgmL; W: FEAFE, g; 500: R4 240, 500 /.
B BERIFR A 0.1nmol/mL 5% 0.1nmol/g 8 5% 0.001nmol/mg prot



