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NAD*-LL L EZBR S B E N E R T 2R B
(585 : ADS-F-TDX054 £45h3eiE 48 4 BXEH: 3 1MA)
T Fﬁ:]’%}ﬂ
B SEE (sorbitol dehydrogenase, SDH) {E{kLIFEER S £ RIE, B EDER L
BEBNAEEY—, FBREEE N NAD K L FEB SR (NAD'-SDH, EC 1.1.1.14)
1 NADP ik iffi 14 1L ZUEZ B S B8 (NADP*-SDH) , NAD'-SDH 4k 1L F4E2 45 1k i R #E, NADP'-SDH
LB BB,
NAD*-SDH 4L I FLEEH S 4 A R4, EIRER NAD 4 5 NADH, UZE 340nm I 5t 8 Nk
o] 3T E NAD'-SDH B &M K/
= AFIEERFE S :
B BFR A REFEER =F
RBUK WAk 60mLx1 i | 4°CIRTF

1. I&FARAT 8000g4° C B> 2mim
ERTEANER (AFHR—R) ;
2. MO LImL ZIEKBMREH;

3. REAHSHAFEBEYHAER.

wi— ] 1% 4°CfRT7

HF = KK 35mLx1 il | 4°CIRTF

1. I&FAHET 8000g4° C By 2mim
ERTEANER (AFHE—R) ;
2. A LImL ZBKBEERA;

3. RERHSHNESEYHHERE.

W= ] 1% 4°CRRTF
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s (FFA) « KE (FKA) . EREB OV, TERBRIE. Kaw (BE. ZRE. €B%).
Iml AREEN. BOE. E9XNET. &IBK (EBFK. BLHKYT) .
M. $EFRNZE -
HWERX K ANAR 2 MERMINE, THRAMERER, BREXWRE, B % LIHFARFIKT
IREE!
1. BRI
A HRAREA:
FRERZY 0.1g LA (K FEEHEATIE 0.5g HAR) |, O ImL $2BUKR, #HIT/KASHK .. 12000rpm 4°C
B0 15min, B L, BKEFN.
EE] #HEAHEER GnEYME) , T5IREAEE Al ERAMBE 1.6, JEMRHIZIREREMMREES
B BY0.1g B kD FERHMEARTEL 0.52) , M 80%ZEEKA5I, 12000rpm, 4°CE > 10min, FiE@E
RANLEER;, ULBRERLBER 2R RERAECEBIMIUERMA ImL 2EGR, RBEASERKBER,
12000rpm, 4°CEil> 10min, B EEE K LN,
2 HE/ MR
EREARRMEEZIECERN, BOFEFLE, BS00 THESMMMAN ImL ZBUR, @FEKK
WHES A (KA, ThE 20%35, 200W, 87 3s, kg 10s, X 30K) ; 4°C £ 12,000rpm &
1L 10min, BY_EBEEAFNMEMS.
] : ZEnEssE, TIRBEE/AREE (10 : BEGE (mL) J3500~1000: 1 BYELBIHITIREL.
@ BEHA BENREEAEERLN, HFRB0EREBRN,
2. _EHLAE
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@ FrBIRFIRAE 25°CK4A Smin;
@ 7 ImL AFEbE MApERCRIIA:

RFAIBFR (uL) WEE
EFN 60
RF— 20
A= 660
SRS, 25°CTIEE 10min
A= | 20
%5, 25°CT, 20s BtF 340nm 4bEER Al, 20min
JEEEEL A2, AA=A2-Al,

) : BAA TSN, ATRAEK R FZRTE] (40 40min SEEEK) FIRA A2, SEANAHEARET V1 (BN ZE 120uL,
MAFI =R ) , EFEEEAN R NETE T FMEER VI ERATEAREFNITE.
. ERITE:
| BEAEBREITE:
MEEX. SERAREAFHHEM 1 nmol NADH E X A—EEE RN,
NAD*-SDH (nmol/min/mg prot) =[AAxV2+ (exd) x10°]+(V1xCpr) ~T=101.8xAA~+Cpr
2. BMAEEITHE.
BEEX . GRAREHHER | nmol NADH E X A— &84,
NAD-SDH (nmol/min/g #8) =[AAxV2+ (gxd) x10°]+(WXV1+V)+T=101.8xAA+W
3. IREES AT EITE:
BEEEX: 51 ANEESAEEN LR 1 nmol NADH & X H—MEESE B AT,
NAD*-SDH (nmol/min/10% cell) =[AAXV2+ (exd) x10°]+(500xV1+V)=T=0.2xAA
4. HBREGRITE
BEEEN . SEFREED AR | nmol NADH & X h—/MEESE S 8 AL,
NAD*-SDH (nmol/min/mL) =[AAXV2+ (exd) x10°]+V1+T=101.8xAA

e---NADH BE/REHREL, 6.22x103 L/mol/cm; d---J4F, lem;
Ve-IINIREGRAFR, 1 mL; VI--IIAREARETR, 0.06mL;
V2---RNKRER BT, 7.6x104L; T---[R Rz B8], 20min;
500---4RE S A EE, 500 77 W--- K&,

Cpr—-#AZBRKE, mgmL; BIWEAAASH BCA ZEEEERNKFE.
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