s o
== |]]
Ve 3L

HEE I NAD(H) S ERFIE R H
IR 50 B/24

OB ERWEATSBE 2-3 ANTRHIZE FBOR RS T

ez X

HEE 1 NAD(H) 2 AT 3. Y. AEMAIREFRA M, NAD+RBERAE (EMP) FI=FRIRIEF (TCA)
AR, RN NADH I oL T8 (ETC) ALBItH 72245, G ATP RN, TERRE
[y ROS, [FIIF NADH 42 NAD+. B Fig &R = RARIEI R 2 fif Hh 1R S8 A S 4 0 3 e X — 4
FRIEH. NAD(H)E &A1 NADH/NAD+LUAE M S o] FH T VF I pEER AN TCA TEIAIISEES . B NAD(H) A
NADH/NAD+ LR 1t FR AN BRI IR FE S B, b T I SRS o Ak, NADH/NAD-+ LUAE FH i th AT ki i e A
FTCA FEH. T34, NAD+REMEF=YIXTAMUE ST AUETRIRE B R 55 B A EE R IER .

W se B

0 50 P R M AN R $E B URE /i NAD+AT NADH, NADH #id PMS HIEEMER, &R
AT EE (MTT) AFBE, 76 570nm NASIIEOGAE; T NAD+W] 4 Z BB S B IR NADH, #HE—35
KH MTT & JRiER

7 B &K
AT GRELHL. RS 1mL BEELEEIL, IR, DRFIZEIRK.

AT P L AT )«

FRVESRHGHR: Wk somLX1 i, 4CORPE: BRIEIRHGHE: Wik somLX1 Jil, 4°CORAE: BR— Wik 15
mLX1 i, 4CIRAF;

WA= AR 4mLX1 i, 4°CIRTE

WA= WXL M, 20 CEAE, FIIIN amL 0K, RS, HRSEMRF 4 CIHRAE—

WA BFIX L M, 4 CURAE, FIRIIN 4mL Z8680K, JR21, HIAZEERA 4CHE—;

WAL Witk 1.8mLX1 X, 4 CHAE;

WA Witk 30mLX1 i, 4 CHEAE;

WA Witk somLX1 i, 4 CLRAE.

NAD+#1 NADH F{#REK:

113 (¥ F NAD+F1 NADH [H$2EL

NAD+FHRHL: #ZHRIE R A (mL) « BRIERBIURAT (mL 4 1: 5710 L] CEIIZ 0.1mL
M3 CEO, A ImL BRYEIREUED, 95°C/KI Smin (5%, PART/K#02); ki A4S, 10000g
4 CHEL 10min; B 500w L EiEW, I\ 500 u L BRMEREGK{E 2 A1, JB4], 10000g 4 C B0
10min, B EiE, BUKERR.

NADH HUHRHL 4ZMRIME GO AR (mL) « BPERRERAR (mL) 4 1: 5~10 MRS CEBURZ 0.1mL
Mg CEO, A ImL BEPEREGED, 95°C/KI Smin (3%, PART/K#02); kg4 45, 10000g
4 CHEL 10min; B 500w L EiEW, I 500 u L BRYMEREGK{E 2 A1, JB4), 10000g4 CE O
10min, HUEiE, BEIKERR.
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2 4% NAD+FT NADH FHREL:

NAD+HIFEEL: AR E (g « BRURIBAR (mL K 1: 5~10 MILLE] CEBUNZ 0.1g HE,
A Imb BRPESREGED, VKIGWEEE, 95°C/KI Smin (#5155, PABF /K /#5000 KB4 )5, 10000g 4 C &5
& 10min; HX 500 L EJEW, MM 500 w L SRIESRERAE . AT, YRS, 1000084  CESLr 10min, HY
kiE, BUK A,

NADH M32HL: #ZMBALURE (g) = BUEIRIUEAEF (mL) A 1: 5710 KILLE] CRUURZ 0.1g A4,
TN ImL BREESREGRD, vKIRHEEE, 95°C/K# Smin (F55%, BABTIE/K 80K vkih A %15, 10000g 4 C
B0 10min; HX 500w L EIEW, MU 500w L ERPEFEBGHAEZ AL,  JRS), 10000g4 CE.L 10min,
B, BUK AR,

3 ZHMERAEE T NAD+FI NADH HIREL:

NAD+IIHEHEL: SRS R4 sl A 2 OB N, 37 10, ZIRYIR AN E (104 )« BRPESRIUR (A
(mL) 24 500~1000: 1 WJLLG] (i 500 FFAHREELAHMLIIAN 1mL BRIESEIUED, A IRMRK (UK,
% 20% 8 200W, A 3s, [A]FF 10s, EH 30 k), 95°C/KIA 5min

(F'%, DABGIEK B vKisthA A5, 10000g4 CE0> 10min; B 500uL EJ&EW, A 500w L
TSR BGR AL 2 AT, Y2, 10000g4 CE.Cr 10min, i, BiK LA, NADH FIFREL: selideqnip
HNE BB O N, FE, WRERECE (104 ) ¢ BRMEREBRAR (mL A 500%1000: 1
MIEE] I 500 HAMEEAAIIAN ImL BREESREGRD, HA BN (Kig, Th¥E 20%E0 200w,
7 3s, [EFE 10s, HEE 30 KD, 95C/K¥#A Smin

(F'%, DABG1EKA B vKisthA A5, 10000g4 CE0> 10min; B 500uL EJ&EW, A 5001 L
FRMEIEEUR A 2 H A, JRA], 10000g4 CELC 10min, B b, ByK BRI,

e B B:
1. BT i 30min AL, JTTEKZE 570nm, AWKIHEE.
2. IMFER(FE 1.5mL KR4 EP B Pk R RARVANEE) -

WA FR(UL) xof R bl=¢
FEA 50 50
A 250 250
1771 75 75
A= 75 75
A 75 75
AT 35 35
AN 500 RA, FiREEHE 20min
A7 500

RS, HE Smin J5, 20000g, 25°CEL Smin, F_EFE, Vg
At 1000 1000

VBZ5), 570nm FELf, FECTIBIROGE A1 AN E S TOGE A2, HHEAA=A2-AL,

ERSEHR:



s o
== |]]
Ve 3L

1. WR—RENEREAREEZ, BRI —. = =R LG EIE IR AW

2. xF B A R e BRI X PR IS IR = =L DRSS AN
mzEEi— = =, WMHELFRE 20min 5 IS

30 R R A R

4. # NADHIIEFAA (A2-A1) <0.0302, NADH JEHAA (A2-A1) <0.0222, TACT R, W]
TR (D KEE R EER T 20min K EF] 60min;  (2) TEIREUNBIMINIAEE, HJEL 0.2g
AE 0.2mL FEAMIA 1mL $2HUH.

5. HTH—MIEEFER—MRE, RelfE 50 E0RIEN 24 4 NAD+E{ NADH..

i
s

NAD+HI NADH & B :

(—) NAD+EFEKTE

FRAESEAE R 11 #2604 y = 0.295x +0.0302, R2=0.9978; ' y HAA, x ¥ NAD+KJE nmol/mL
1. & (K H NAD+E &I

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

2. HZ BN NAD+E BT H (L) AR AR AR

NAD+ (nmol/mg prot) =[(AA-0.0302) -0.295XV1)]+(V1XCpr)=3.4X(AA-0.0302) -Cpr
()3 FEA G T 5

NAD+ (nmol/g ) = [(AA-0.0302) +0.295XV1)]+(WXV1+V2)=6.8X( AA-0.0302) ~W
(3)4% 4l A Bl 4l 25 P T B

NAD+ (nmol/104 cell) =[(AA-0.0302) +0.295XV1)]< (500X V1+V2)=0.014X ( AA-0.0302)

(=) NADH FENHHE

PRS0 T R 25 v = 0.2808x + 0.0222, R2=0.9976; i y SHAA, x 4 NADH ¥RE nmol/mL
1. & (&) H NADH FEiIIHE

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

2. A, MEBAET NADH & EiHE

(DA E AR

NADH (nmol/mg prot) =[(AA-0.0222) —+-0.2808XV1) ]+ (V1XCpr)=3.6X( AA-0.0222) -Cpr

(PAEC 2R N = N

NADH (nmol/g ) =[(AA-0.0222) +0.2808XV1)]+(WXV1+V2)=7.1X( AA-0.0222) +W

(3) 4240 A A L 2 P T

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

V1: DA RPFEARET, 0.05mL; v2: IIASRBGAEAF, 2mL; v3: JOAILE (&) 4. 0.1mL;
Cpr: FEABEFUKE, mg/mL; W: FEAFE, g; 500: 0B G4, 500 /.

EE:
EBARAE IR A 0.1nmol/mL 5% 0.1nmol/g #£E % 0.001nmol/mg prot



