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NADP-EREEEE (NADP-MDH) X7 &1
85 : ADS-W-FM005 #iiRiE 96 # B3HA: 3 1A)D
—. IEFRNTA:

SRBRESE ZHEETHEY . MEDTEFAES, KIBEFENHEEARRE, 774 % NAD-MDH
FINADP-MDH, FiE T EFETEANAEFERY, EEFETREEHMEDNEDHRES, EREH
S5 ZXLEREEERVEX. ANENEERE. ERBR-RZERFRESR. EHERHTHRN
R,

NADP-MDH (EC 1.1.1.82) {4k NADPH &R & Bt 7 B4 B3 RER, {# NADPH 7 340nm 4bJE AR
TB&, @it 340nm L JEIR IR A TRE R E 1T E 52 NADP-MDH RIS E MR /)
=\ AFIEY4E R FIECH -
RFIE D R FIRAR HFRURE AREI
REUR | RK 100mLx1 3 | 4°CIRTF

FX:

1. IsART 8000g4° C Bl 2mim {FE#F
EANER (AFsHA—A) ;

2. XN 0.9l ZKIBKERE;

3. AFTEMRFSRE-20CHRTE, BiER
SRR, =XAMA5E.

i 3— Ml 2 20°CRTF

KA | &E I8SmLx1 i | 4°CR7E
BX:

T®H= 0 1. IsFAFT 8000g4° C By 2mim {FEHF

= W2 % 20°CIRTF R 50008 mim {43

ENER (AFFA—A) ;
2. FXho. oml EiBKARE, = XKARA.

=\ XINsEM:
ek (AN . KE (FKA) . aXE OV, TIEXBEE. Katw (BF. BRE. £88).
96 FLik. BLVE. BBARY. ZEIBK (REFK. @EKkyT) .
M9, FEFRNE
BISEIAR 1-3 NEF KR (GIGnAEEB S5 4E) HITHKE, HRERRERTE, R\
BERBESNAEREARRE, UMEREAIIXT AL EFREE!
1. HEAREZE:
D BLREEA:
FREXZ9 0.1g 4R, SO ImL $2BU&K, #HTKASHK ., 12000rpm 4°CE( 10min, B E7E, BIK EFF
s,
] : FEmiERs, ARBALR=E (g) : REUREFR@mL) A 1: 5~10 AIELGIHRER
@ WEHEAR: BEEN., ZFH B0EREBLN,
Q) HE/MEEFEA:
SWEMENMOEIEZOENRN, BOEFLE, B 500 THAREIMEIMAN ImL 12BUK,; @ FE K%
ME S (UKE, ThE 20%3E 200W, #B7 3s, [afg 10s, EE 30 >K) ; 12000rpm 4°CE:(» 10min,

BERE BKERFN, (SREBARSAREE (10°1) 0 REUERHEIR (mL) 25 1000~2000: 1 Y
ELBI#ETTHRER)

CE] - HEMERSE, FTRABE/MEZE (10°4) : ZEUR (mL) A 1000~5000: 1 AJEEHIZ#ITIREY
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2. HMSER:

@ BEFRUIIA 30min U b (FURLEREFFT) . BRKKE 340nm, RERE 25°C,
@ MEREBFHRF—TE 25°CHCARPHE 10min L L.
@) 7 96 FLAR FHACRIIN

RFILA5 (uL) WE &
(EFIN 10
RF— 15
A= 160
A= 15
J845), 30°CTazBRIF 340nm TiEEL Al,
Imin J53EEL A2, AA=A1-A2,

GE] LEAA ERHHE, TEKKRFEMET (S1EE 10min) $RELA2;, FINKHAE VI (EE 30uL, MHKFH
“HNED) o BEEHIRNEE TR VI ERAARERITE.
2. HEAA KT 0.6 A2 9E/NT 05, BFEREAEAE T (JUEE 0.5min) | FEDHAE VI (IERE
SuL, MERXFI—ARRZEEAR) . WCEREM TH VI ERARXRENITE.
3. BEIE Al KRB 2 (FeRRNEYHF, —REFRSVELERNSES) . TR VL (1
BE SuL, WK ZHERIEM) - WBEEH VI RALXRERNITE.
S BN AR I A MR IR I E Smin f5 12000rpm, 4°CE/Lx 10min,  EiER BTN,
4. HETHEERTRE, TINEMRE 10S ER—RREE, ER—REM THRANERXS5ITE, HYNH A
BEHRARARENTE.
. ERHE:
1, B AREEITE:
BAEX: BRARNEIHEFE | nmol {3 NADPH E X A—MEEE 1 8L,
NADP-MDH(nmol/min/g #E)=[AAxV2+(exd)*x10°]+(WxV1+V)=T =6430.9xAA~W
2, BEAEAREITE:
AT BERALEASDHMIHEFE | nmol # NADPH E X A—MEEIE N B4,
NADP-MDH(nmol/min/mg prot)=[AAxV2-+(exd)x10°]+(V1xCpr)~T=6430.9xAA+Cpr
3. RBRAERITE!
BAEX . BEIREEDHEFE 1 nmol A9 NADPH E X A—MEEE 1 B,
NADP-MDH(nmol/min/mL)=[AAXV2+(exd)x10°]+V1+T=6430.9xAA
4, FRME/MREEEITE:
BaEX: §1 AMHESAEE D $IEFE | nmol 9 NADPH E X A—EEIE /1 B4,
NADP-MDH(nmol/min/10* cell)=[AAxV2-+(exd)x10°]+(500xV1+V)+=T=12.86XAA

e---NADPH JE/RSEHZREL, 6.22x103 L/ mol /em; d---96 FL#R;EZ, 0.5cm;
V- IINBBUR TR, 1 mL; VI--IIAREAAER, 0.01 mL;
V2---RNAERBEFRR, 2x104L; T--- [z 7 B8], 1min;
500—-4HAES ME AL, F. W--HARE, g

Cpr—HABERKE, mgml; BEAAAIN BCA BALBRIURAE.
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