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HHESINADY NADH 2 &R FIEIHE R
[%5S: BP10009W ##R3% 48 (T 48 4~ NAD+48 N NADH) 3 6 MA]
—.\ ¥R
KRB B EE S BT 2 — B 2 AR S 4B A B B (L AV ALE RS AT 9B SR &% . NAD+ 2
2 (EMP) FI=#MEIR (TCA) MEES S, H NADHNADH LLEMSERXT BTN ERR
1 TCA fBIREI38 55, MAGELEYYRARARELRSHEE ST BEER.
ARFIEIRE—FTE, RRGRNITE, 1RASRIHIZIURS SHZEELS H 9 NAD+HI NADH,
NADH B SHERA T 5 —MERBEMNEEHRNEREEIR RS, 7 450nm TR, 57
NADH &8, Fi 7 Bl SEts R 4% 8 NAD+% NADH, M NAD+& &,
=\ XK EH IR E -
A A AN GHURE SERER
IBEUR A | RIK 120mLx1 i | 4CIRE
IBEURB | RYE 120mLx1 | | 4CRE

1. BB L.1mL ZRIBKRRE
I — RIE 1% 20°CIRF i

2. REFEASHSKAEBELEAEE.
1. = A BT 8000g 4° C &1
2mim FIRFIENEK;

2. ERH 50 uL E—F EP Ef,

= LR 2CRT | g L BRSO ER,
3. REBNS A S5 RE
A

HH= AR 20mL x 1 3 4°CIRTF

R REE 1. ImLx1 X | 4°CELRTE

L. HEHEARER, WAELNZRT;
2. R B P AREh I E S B
ITRCH;

3. BfEENRE—EARNARE.

VA M 1% 20°CIRHF

=. KIGEEM:
R (D% KE (FKP) . ARBON. TIERBRE. KAR (A, BRE. £BF) .
96 fLIR. BILVE. BB, ZEBK (XBFK. BAKHT) .
M. $EFRMZE :
BIRIER 13 NEFRIEAR (FlInAEHRES 5D HITMSE, BBRERRE, RIBTLKL
RAEKFEHERRE, UHEREATRFNFALELRRE!
BT NAD' #1 NADH R E, RE5MEMR, REEAHEEERIETRN .
1. HARIEE (18258 NADY NADH £:50_E5E R B RGN, MARER)
1) 443 s NAD*H1 NADH H9#REL:
NAD'RY3REL: BRZY 0.1g AR (KA FTEREATER 0.5g) , MIAN ImL IREUR A, KAHE, £IBEFH
FEP B (FIREUK A #5FE] ImL) |, EYHFART 95°CHEE Smin N ART 60°CHFE 30min,
B E S RIKA (SAKAE) Smin; 12000rpm 4 °CE/(y 10min, B 500pL E7ERZEFH EP B, HiN
V1 EFRAIRBUR A1 (B4 KARHNIREGR B, 8ZE PH &9, FHIER V1) ; 12000rpm, 4°CE(» Smin,
B EBBRETKEFN.
NADHAJREY: EXZ90.1g2B40 (K FE BAEATIER0.5g) , MIAImLIREURB, WCOATHEE, SIBEEHE
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EPER (FAIZBURBFNTEIIML) | YA TISCHEE Sminsl s ¥ 1F A TF60°CHFE30min, B /FL
RI7KSE (SiAk#E) Smin; 12000rpm 4 °CE:(»10min; EX500uL E5E&R ZFHEPE R, FHINV2EFIRAIIRER
R (TR MIRBGRA, BEPHLAF M, HigRV2) ; 12000rpm, 4 °CE/(x5min, B _EERE
FoKEFEM,
[F)] - BNEERE, AIMAHEREES, WEme 02g %, TH/LMIEEFEEERXIRMHELRE.
2 ZHRAs4E + NAD'F1 NADH A9REX:
NAD'HIREL: W EMESAFZEOEN: BY 500 FAFESMEIN Iml RBUR A, 7AW,
SR EP B (FIRBUKR A #1552 ImL) |, F 60°CH¥E 30min, EXHEEZRIKA (SBUKFE)
5min; 12000rpm 4°CE(x 10min; BR 500uL &R EFH EP &, BN VI ERARBUEFF (9K
AIREUE B, EE PH M, FHIEX V1) | 12000rpm, 4°CE(r Smin, B EEREFKEFN,
NADH R#REL: LW EMESAFEE OEN: WY 500 FAFHMAEMA ImL IREGR B, 7KCAWTEE,
SEHEHE EP EH (ARRBUR B 4T ImL) |, F 60°CHEE 30min, BXH /32 BIVKA (SAKFE) Smin;
12000rpm 4 °CE(» 10min; B 500uL /&R ZEH EP B, B0 V2 FRARBUR S (T RAR IR
BUR A, HZEPH LM, FIEX V2) ; 12000rpm 4 °CE(» Smin, B _EFEFIK ERHFN.
[GE] . ENEERR, ATMARARMEE, NEE 1000 A%, TH/LMIEEESRRLEHHEAE.
@ AP NADFINADHEYIZEN -
NAD'HIREN: ERZY 0.1mL jRAZE EP B, BAIA ImL I2BUR A (FAIREUE A #5F% 1.lmL) | F
95°CH¥E Smin, EUHEZBEIVCH (SAUKFE) Smin; 12000rpm 4 °CE(r 10min; EX S00uL EEREH
EP &, Hin V1 FRREIREBGR A (T4 KAIREGR B, E PH 299, FHiE% V1) ; 12000rpm,
4°CEL> Smin, B _EEREFKEFN,
NADHAIREL: EXZ90.1mLEEEEPEH, BIIAIMLIZEEGEB (ARBURBANFEI1.1mL) |, F95°CHF
BSmin, EHEIZAIKE (AKFE) Smin; 12000rpm 4 °CEx10min; ERSOO0uUL EiER EFHEPEH,
BINV2EIRAIRBUR A (BT R AR MIRBURA, IBZEPHZAH M, FHi23%&V2) | 12000rpm 4 °CE:(»5min,
B EERETKEFN,
[E) . ENHERK, ATMAHEREEE, INEE 0.5mL %, AL MEEEIREAS ARSI ARE.

2, WMSER:

@ BEFRUIH 30min Y E, JRERE 37°C, HTEKE 450nm,
@ 7E 96 FLR IR T RMR AN
RFIZA5> (uL) WE &
(EFN 20
B — 10
= 10
nF= 150
37°CHRESEHEE 10min
i3 | 10
B, 37°CHEMT, SIBDE 450nm AEREE Al
30min [EENE A2, AA=A2-Al,

GEY - FHAA DD, AAMAHABRMERE W; SEMEARE V1 (B 20 #ZE 4opL, MWKFIZHERIRLD) , REKKE
BflE] (#0: 60min EK) ; MNEEMHENTEFRAUHEARENITE.
. EHRITE:
1. tREfZ: y=4.3636x-0.006: x & NADH E/REE (nmol) , y2AA,
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v =4.3636x - 0.006
R*=0.0001

2. NAD"&EMITE
()izFEAEFEITE:
NAD* (nmol/g #£E)=[(AA+0.006)+4.3636]+(W=2xV £+V3)
=22.92%(AA+0.006)x (0.5+V1)+W
QiZMEN M FEEITE:
NAD* (nmol/10* cell)=[(AA+0.006)+4.3636]+(500+2xV #+V3)
=0.046x(AA+0.006)x (0.5+V1)
B)&EHR NAD S Ei1tHE:
NAD*% £ (nmol/mL)=[(AA+0.006)+4.3636]+(V f&+2xV FE+V3)
=234.7%(AA+0.006)x (0.5+V1)
3. NADH & E2HitHE:
(IR EEITE:
NADH (nmol/g #£28)=[(AA+0.006)+4.3636]+(W+2xV #£+V4)
=22.92%(AA+0.006)%(0.5+V2)+W
QiZMEN M FEEITE:
NADH (nmol/10* cell)=[(AA+0.006)+4.3636]+(500+2xV #£+V4)
=0.046%(AA+0.006)%(0.5+V2)
(3)i& A7+ NADH & £it&:
NADH % £ (nmol/mL)=[(AA+0.006)+4.3636]+(V &+2xV ££+V4)
=229.2x(AA+0.006) x(0.5+V2)

V - IIAN RN E R PREARER, 0.02mL, V &---FRBURARTEAERTR . 0.1mL;
V3---NAD"EEURAF: 0.5mL 32EUK A+ VimL $2EU& B=(0.5+V1) mL;
V4---NADH 12BU& AN 0.5mL $2EU& B+ V2mL 12EUK A=(0.5+V2) mL;
W---HAXRE, g 500---ZHBES B 28, 500 5, NADH 53 F=---663 .4,

By AR BRI AR

1 [@fRAEm EP EEEIA 141ml 218K (NADH R AFRE, BUH NADH FisRHREM. MRK
AL AIEE, RETREMERRETEMR) | ERSRREAR lumol/mL., FEHE
EIBKBRAAMNRESENIERS, Flgn: 0, 1, 2, 3, 4, Snmol/mL, thoal#RIESLFREEAIE
EiERIRE,

2 B BESRERAT!
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L WRERARHE R EER SOul, SN 950ul ZR1E7K, SRSEE] SOnmol/mL MIARmM R,
2. IREX 50nmol/mL AYFR G FEFER 100ul, SN 900uL 187K, JESEE Snmol/mL KIFRBHBERIFH.

FRen R E
0 1 2 3 4 5
nmol/mL
INEEE cib =
0 40 80 120 160 200
ul
7K uL 200 160 120 80 40 0

EEERIGFA.

3 MKIEINEERRIE, MRIBER, UERERLERE 0O RERAE T 0 KFEiRfE#Z.

RAEH (1) o WE‘;E;“W-
N 20
ZE1EK 20
BH— 10 "
W= 10 0
"= 150 150
37°CEBENHEE 10min
TR 7 10 10
RS, 37T°CHEMT, SZBNFE 450nm SEUERHAE A,
AA=A E-0 REE.
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