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15 | NAD'/ NADH & EiXFI&1HAH
%5 : GOSOIF 4rysE 24 #(AM 24 4~ NAD+,24 /» NADH) ]
—\ FEmfEsr
ORI P A T TR 1100 52 — LA 200 P il 4 27 i i 2 A RN SR A 38 TR 25 7 THT (RO 90 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 EEREEH.

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 & .

—\ RIS LE AN F :

WA AR Firs TRAFER Z e
FEHUBA WAR30MLX U | 4 CHRATF
S B WAR30MLX U | 4 CHRATF

R — AR ULx137 20CHRE | FRTH 1.6emLZ& 1 /K i i 4%
A= AR UL> 157 20°CHRAFE | IR 1.9mLZ& /K 7 fif 4%
WA= WAAR30mLx 1 | 4°CIRAT
7 Y WARLSmLx13Z | 4°CLRAF
AR (AT EPE <13 20°CIRAE | AEBEAR i, A 2%

=. FrEREMAS:
A AR, ImL B A O6E lem). S OHL. AR AE. WFEk.
VKRN ZEAE K
/. % [ NAD'/ NADH & &ME:
BIWERSTIN AN 2 MEAMTUNE, THRAMERER, BESWRE, BRIl
HEAFIRFRER!
BT NAD' #1 NADH PRI E, BKEMER, REFERMEERHFAITRN.
1. A% (H1%52HH NADY NADH &0_E & AE RGN, W RERE):
D H4H NAD A NADH [{32EL:
NAD'HYFREN: HUZ) 0.1g 4H41 K7 EFEARTTE 0.5g), M ImL $2H0GH A, JKIGHTEE,
SRR R BP & THREOKE A #h 553 1mL), HWEEAT 95°CIFE Smin BENFEA
T 60°CHFE 30min, HUH JEZEIUKM (BURPKAE) Smin; 12000rpm 4 C &0 10min; HX
500pL FIEH AEHT EP &, M V1 ARRBRBGE A Cal ks img G B, 18 % PH
2y, FHIEFE VI); 12000rpm, 4°C &0 Smin, HUEJERE TUK AR
NADHAYFEEN: HXZJ0.1g4H K78 R FEATTH0.5g), MAImLIEHGEB, TKIGHTEE,
L ER R BIEPE T (IR BGEBANST B ImL), FEFEA T-95°C % & Smins sh I FE A T-60°C
55 5 30min, HUH S SZEIVKIS (BUBVKAE) Smin; 12000rpm 4 °C 5.0 10min; BL500pL_F i
WEHEPE F, FIIV2ARFI IR BGR FAT (Al R IR B A, HEPHZA 1, Hig
FV2); 12000rpm, 4 C&.0r5min, B _EIEWE Tk LA
) Z0HERIR, AIMAREAREAERE, miBme) 0.2g %, ATHMJLMAEIEIEEA AR RIEARE.
@ ZHHIER4HE  NAD 1 NADH [ :
NADBYFREN: Jc IS 40 i 5200 B 21 1500 P = BN 500 J5 4R B B L in N 1ml 32 EGH A,
VKBS, AR R EP & (HIRBGH A #8553 ImL), T 60°CH%H 30min, HUH 5
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SEEPUKIS (EBKA D Smins  12000rpm 4°C 850 10min;  BX S00uL _i& 2258 EP &,
BNV ARFR SR IGE AR CAT 23 A I3 BGE B, i 22 PH 2994, 83 V1); 12000rpm,
4°C 0 Smin, B IEHE TUK LR,
NADH K93REN: JoUSc S 20 M sl i 21 25 0 P BXLZ) 500 7540 34 BN 1mL $2 0GR
B, UKittitEE, AR EP Edh (HHEHUE B 455 ImL), T 60°CHEE 30min, HUH
Ja SERIVKYE (BJBVKA ) Smins 12000rpm 4 °C 2540 10min; BX 500uL _EiEWE# EP &,
i V2 ARFR S BGHR A CRT 23 ks D3R B A, A 22 PH 29, H125% V2); 12000rpm
4 ‘CE > Smin, U E T UK EAR .

[E): ZNEESK, ATMAMREMEE, INEE 1000 5%, ATHJLMEEERES RRSIEHHEARE.

® WEHNADFINADHKHRE

NAD'RY$EEN: HUZ) 0.1mL A&, M ImL $2HGH A, VKIBHTES, &2 EP &+ (H
PR A #h 552 1.1mL), T 95CH¥E Smin, BUH G L EIVKI (BURPKAR ) Smin; 12000rpm
4 “CE0r 10min; HL S00uL LS EH EP &b, FIN V1 AR IREGR A CAT 43 s
IRER B, A PH ZrbiE, FHI2F VI1): 12000rpm, 4°CE 0 Smin, HU_EERE TUK
AR

NADHAYHEEN: HLJ0.1mLEAA, MAImLAEEEB, WKIGWHE, 27 IEPE+H (H
FEHGEBANF 2. ImL), T95°CHFE Smin, HUH G ZRIVKIAE (BUBIKAE)D Smin; 12000rpm
4 ‘CE.010min; HUS00uL LiE WA HEPE H, FINV2AR SR EGR A (A7 s g
BURA, WEPHZAFE, FHiEFV2): 12000rpm 4 C &.05min, B EERE T 0k LA
GE): 20 EERIE, TMAREARIGER, i8S 0.5mL %, AHM/LMEERIBEAARSTRNHAR.

2 \ _t*}l*‘ﬁi)nxlh

O AT WA 30min LLE, JEEBE 37°C, WK E 450nm, ZEEKRE,
(2) 7F ImL B8 b M 2 B 2= AR O AR :

WA (ul) e &

FEA 70
A — 35
A= 35
= 530

37°CHECHEE 10min
Wy | 30
WA, 37TCHKMET, SLRIFE 450nm bW EROBE Al,

30min 5 HIE A2, AA=A2-Al.

E): BAA TS/, ATMARARERE W; SIBMEERE VI (B 70 3-E 120uL, MKF=ZHEERD),
SIEK K NATE (A0: 60min HEK); MHERHHENTEFAAHEAXNENITE,

1. FRAEMZE: y=1.7682x-0.0018: x & NADH EE/Kfi & (nmol), y f£AA.

2
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0.75 1

y=1.7682x-0.0018
0.6 1 R?= 0.9906

0.45

OD450nm

0.3 1

0.15 -

0 O..l 0:2 0..3 0:4
NADH(nmol)
2. NAD* & &M
(DFEFEA S 5
NAD* (nmol/g ff H)=[(AA+0.0018)+1.7682]+(W+2xV F£=V3)
=16.16x(AA+0.0018)x(0.5+V1)=W
()% 20 v B A P 2
NAD" (nmol/10* cell)=[(AA+0.0018)+1.7682]+(500-2xV ££+V3)
=0.032x(AA+0.0018)x(0.5+V1)
Q) NAD S Bt
NAD™ & & (nmol/mL)=[(AA+0.0018)+1.7682]+(V 2%V £+V3)
=161.6x(AA+0.0018)x(0.5+V1)
3. NADH &= H)itH:
(DFEFE A, 5
NADH (nmol/g £ 5 )=[(AA+0.0018)+1.7682]-(W=2xV F£+V4)
=16.16x(AA+0.0018)x(0.5+V2)=W
()% 20 v A P 2 B
NADH (nmol/10* cell)=[(AA+0.0018)+1.7682]+(500+2xV ¥£+V4)
=0.032x(AA+0.0018)x(0.5+V2)
(3)¥ifkh NADH & & it
NADH & & (nmol/mL)=[(AA+0.0018)+1.7682]+(V #=2xV F£+V4)
=161.6x(AA+0.0018)x(0.5+V2)

V BN R B R R FEAREFL, 0.07mL; V - BT BUBAAR A AR 0.1mL;
V3--NADHEEUR AR : 0.5mL $2EGE A+ VIimL $2EUE B=(0.5+V1)mL;
V4---NADH $eBURAR: 0.5mL 250K B+ V2mL #EGHE A=(0.5+V2)mL;
W-—FEARRRE, g 500---ZiMus4i B 240, 500 7i;  NADH 4§ #&---663.4;

Bt A it 2R I R

1 il brdE s B (1pmol/mL): [ AR#E M EP & HIFMA 1.41ml Z51H7K (NADH A
KA2E, HUH NADH JGiE /R PRAEH . an SR IUbR el AN ERAR, 1R 0] BE 2 bRk i
KA T B

2 JEEREFRE UL SR E RS bR UE A 0, 1, 2, 3, 4, 5, nmol/mL. tHAIRHESL
BRAE A S 1R B AR A R BE

3 WRIEIOFERIRAE, AR S SR T VR bR AR
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