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15 | NAD'/ NADH & EiXFI&1HAH
S GOSOIW ff#;E 48 (AW 48 4~ NAD+,48 4~ NADH) ]
—\ FEmfEsr
SR B e A% 7 G 11000 o — LA 0 P B0 2 27 e o A R B A 3 T PR 7 T PO AT 7 s o
NAD+E M (EMP) I =RRIERTEIL (TCA) B EIAZE&, H NAD+/NADH L1 Y
R H TR HERE AR FI TCA TR ISR ES, 1 BLE AW R & st S A B
A EIEFEEH.

AR Gt — P o5 (8, DU QAT I 7 v, SRR R 1 3 B 23 ) S BIURE & R ) NADH+
F1NADH, NADH 7SN~ 55— Fh iy 7 8505 0 S5 6551 S R AR s i €0 7K 1k FR 33,
£ 450nm TAzMll, 15%] NADH & &. FIH LB S MR 7L NAD+N NADH, MM
Kl NAD+5 & .

—\ I ELE AN F -

IEWnIEZE S Firg TRAFER Z e
FEBRA | WA 120mLx Ul 4°CIRAF
FEHEB AR 120mLx 13 4°CIRAF

WA — AR PLx 137 20CHRE | FRTH L ImLZ8 18 /K i i 4%
sty — Wk ULx 132 20CHRAE | BT L ImLZ& K 7 fid 45
A= Wi 20mLx 1 4°CRAT

A Witk 1. 1mLx137 4°CRAT

AR EPE*13¢ 20°CHRAE | A EF R, A 2050

=\ FTEMNEMAM:
BERRAC. 96 FLIR . G REOHL. AT ENFR A k. UKRIZRIEK
M. %f§ [ NAD'/ NADH & &ME:
BWIERSTINANER 2 MEAMTUNE, THRAMERER, BESWRE, BRIl
HEAFIRFRER!
BT NAD' #1 NADH PRI E, BKEMER, REFERAMEHERHFAITRN.
1. HEAHIF &R NADY NADH £ EE R ERIREN, LAFERE)
D H4H NAD A NADH [{32ET:
NADHYFREN: HUZ) 0.1g 4H41 K7 AT 0.5g), AN ImL $2H0GH A, VKBTS,
SEREERS R EP A CHRBUK A #8553 1mL), HYIFREAT 95°CHEE Smin BEHIREA
T 60°CHFE 30min, HUHJEZEIUKM (BURPKAE) Smin; 12000rpm 4 C &.C» 10min; HX
500pL FIEH AEHT EP &, M V1 ARRERBGE A CRl ks im2 BGH B, 18 % PH
ZispdE, FHIEFE VI); 12000rpm, 4°C &0 Smin, HUEIERE TUK AR,
NADHAYFREN: HXZJ0.1g44H K78 R FEATTH0.5g), MAImLIEEGEB, TKIGHTEE,
SR BIEPE 1 CHIRBGEBANF B ImL), HAIFEAT95C i & Sminslish ¥k AT 60°C
§% H30min, HCHESZEIVK (BUBUKAE) Smin; 12000rpm 4 C #5202 10min;  HL500pL L
WEHEPE , FIIV2ARFI IR BGR AT CAf 0 IR B A, HEPHZA M, Hig
FV2); 12000rpm, 4 C&.0r5min, B EIEWE Tk LA
) Z0HEERIR, AIMAREAREAERE, mime) 0.2g %, AIHMJLMEEIEEES AR RIERE.
@ ZHHIER4HE  NAD 1 NADH [ :
NADBYFREN: Sc IS 40 i B2 B 281 1500 P = BN 500 J5 4R B B in N 1ml 32 EGH A,
VKIS, AR R EP & (HIRBGH A #8553 ImL), T 60°CH%E 30min, HUH 5
SEEPUKI CERUKAS ) Smins  12000rpm 4°C #5.C 10min;  BX SO0uL b3 28 EP & 1,
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0V ARFR PSRBT Cof 20 IR IS I HE B B, A 22 PH 29+ 4, 1838 V1); 12000rpm,

4°C 0 Smin, B IEHE TUK LA,

NADH BI$2EN: Sl 4L 40 i sl 4t B8 2 25 O . BXZ 500 3 4B sk 4l B i ImL $EHGH

B, UKitttEE, A E] EP & (HHEHUE B 455 ImL), T 60°CHFE 30min, HUH

Ja SERIVKYE (BJBVKA ) Smins 12000rpm 4 °C B0 10min; BX 500uL B E# EP &,

i V2 ARFR B FEBGE A CRT 23 ks D3R B A, 1A 2 PH 25, 12 5% V2); 12000rpm

4 ‘CE.0 Smin, HU B35 E Tk BRI

[E): ZNEESK, ATMAMREEEE, INEE 1000 5%, ATHJLMEEERES ARSI AE.
® WIERFNAD FINADHFIHREL:

NAD'RY$EEN: HUZ) 0.1mL A&, M ImL $2HGH A, VKIBHTES, &2 EP &+ (H

PEEGH A #5528 1.1mL), T 95°CHFE Smin, HUH 5 SZEI VKIS (BU8KAE D Smins 12000rpm

4 “CE0» 10min; HL S00uL LS EH EP &b, FIN V1 AR IREGR AT CAT 43 s

IRER B, A% PH ZrbiE, FHI2F VI): 12000rpm, 4°C &0 Smin, HU_EERE TUK

AR

NADHA93EEL: HUZ0. 1mLyE A&, I ImLIEEGEB, UKIGHTE, A% EEEPE H (H

PEHUEBANST R 1mL), T95°CHEE Smin, HUHEZRIUKH (BURPKAR) Smin; 12000rpm

4 ‘CE5010min; HUS00uL HiEHWZFEPE S, FIV2AEF S BUR A (o] i ndg

BURA, WEPHZAFE, FHiEFV2): 12000rpm 4 C &.05min, B _EERE T 0k LA

GE): Z0EERIE, TMAREARIGER, i8S 0.5mL %, AHMJ/LMEERIBEAARSTRNHAR.
2. EHLAEM .

@© AR T 30min LA E, BRERE 37°C, HTTEKZE 450nm.

@ 1E 96 FLAR Hi% N FRAK AN KFA] -

RALGFE (uL) e &
FEAR 20
HA— 10
WA= 10
B = 150
37°CHEHEE 10min
ik 77 | 10
WA, 3TCHAET, SLRIFE 450nm ALHIEOGE AL,

30min J5 FHIE A2, AA=A2-Al.

[E): BAA T, AIMAMARMEERE W; SIEMERE V1 (H 20 #BZE 40uL, MR =ZHERHD),
SRIEHK R RIFHE] (30: 60min REK); MNTEHEETEEFRANHELAREHTE.
. EHRITE:
1. FrifEMZE: y=4.2609x-0.0071: x s& NADH EE/RfiE (nmol), y Z&AA.
0.5 1

y=4.2609x-0.0071
0.4 1 R?=0.9957

0.3 -

0D 450nm

0.2 1

0.1 1

0

0 0.02 0.04 0.06 0.08 0.1 0.12

NADH(nmol)
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2. NAD" &R it
() FerE A H 5
NAD* (nmol/g £ H )=[(AA+0.0071)+4.2609]+(W+2xV F£=V3)
=23.47x(AA+0.0071)x (0.5+V1)+W
(2)F% 4 TR B A M 2 B H
NAD* (nmol/10* cell)=[(AA+0.0071)+4.2609]+(500+2xV F£=+V3)
=0.047x(AA+0.0071)x (0.5+V1)
Q) NAD S Bt
NAD*& & (nmol/mL)=[(AA+0.0071)+4.2609]+(V #+2xV ££+V3)
=234.7x(AA+0.0071)x (0.5+V1)
3. NADH &&= Mit5:
(DFEFEA S 5
NADH (nmol/g £ 5 )=[(AA+0.0071)+4.2609]-(W=2xV F£+V4)
=23.47x(AA+0.0071)x(0.5+V2)=W
(2) 1% 4 TR B A M 2 B H
NADH (nmol/10* cell)=[(AA+0.0071)+4.2609]+(500-2xV ¥£+V4)
=0.047x(AA+0.0071)x(0.5+V2)
(3)¥ifkh NADH & & it
NADH & & (nmol/mL)=[(AA+0.0071)+4.2609]+(V #=2xV F£+V4)
=234.7x(AA+0.0071) x(0.5+V2)

V FE-—- N R BEAR R R FEARERL, 0.02mL; V B ---FTBUBAAR A AR 0.1mL;
V3—-NADHERUR AR : 0.5mL $2EGH A+ VIimL #2HUE B=(0.5+V1) mL;
V4---NADH $eBUEAR: 0.5mL 2B B+ V2mL $#2 UG A=(0.5+V2) mL;
W-—FEARE, g; 500---ZH H B A B £, 500 Ji; NADH 7 #E---663.4;

Bf: FrdE 2 bR AL

1 HE&PRUESBER (lpmol/mL ) NADHD: [AlAxifE h EP & B 1.41ml ZZ48H/K (
NADH A KAG7E, U NADH Ja i/ /SR o an B bk ih 2 AR, 1R AT RE
SERRE SR A T B

2 JERERRR R LT R RS B I ARAE S 0, 1,2, 3,4, 5 nmol/mL. AT ARHE S2PRkEA SR
VAR A 5

3 IRIEIOFERIRAE, AR S5 SR T VR bR AR
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