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B SEE (sorbitol dehydrogenase, SDH) {E{kLIFEER S £ RIE, B EDER L
EEENXERT—, WRIBREIVEESD I NAD M L ZEZRiSEs (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/
= RFIEERFE S :

7B R ik REFEKR &F
REUR | &K 100mLx1 i | 4°CRTF

i P BT JL T (E R FH5E N R AR,

N, »? . M j( [¢]

1:—Lt)|'J #ﬁn'J 1% 4 C'f%ﬁ B0 1.1mL %%ﬂﬁ'ﬁ‘ﬁ@%ﬁﬁo
= AR 20mLx1 ff, | 4°CIRTE

—— w1 % FCRE I FA BT B JL T R FISE N ED,

B0 L.ImL & 1BKABER.

=. FTERNEMAM:
FEAR L. 96 FLtk. BB/, KA. AR R=S. k. KFEBK,
M. NAD-LLFEEf EEE (NAD'-SDH) SEMNE :
HIWEX LG ANAR 2 MERMINE, THRAMERIERL, BRELWRE, B % LWHFARFIKT
IREE!
1. FEARHIE:
© ALRFEA:
FRERZY 0.1g HR (KD FTEHEATTE 0.5g A4R) , fIAN ImL 2EUR, #177KES K . 12000rpm 4°C
B0 15min, B EE, BKEFN.
EE] #HEAHEER GnEYME) , TSIREAE Al ERAMBE 1.6, JEMERHIZIREREMMREES
B BY0.1g B kD FERHIHEARTEL 0.52) , I 80%ZEEKA5IE, 12000rpm, 4°CE > 10min, FiE@E
RARNLEER;, ULBRERLBER 2R RERAECEBIMIUERMA ImL 2EGR, RBEASERKBER,
12000rpm, 4°CEil> 10min, B EEE K M.
@ WE/ B
EREMARRMEZECERN, BOFEFLE, BS500 THESMMMAN ImL 20K, @FEKK
WHESN I (K8, DI 20%5 200W, 875 3s, [8]Fg 10s, ETE 30k) ; 4°C £ 12,000rpm F:iy
10min, BX EEFEAFNAESR,
] : HEmERE, TIRREE/MBAHE (10 : EBER (mL) J9500~1000: 1 BYELHIHITIREL.
@) BAEHAR: BENREEAEEEN, HEEEOCEREFRN,
2. _EHLAE

@ FrEIRFIMAE 30°C/K;4A Smin;
@ 7 96 FLAR AR

RFZFR (uL) NEE
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A= | 160
B4, 25°CT¥E 10min
WA= | 10

B, 25°CR, 20s BT 340nm 4b3EER Al,
20min JFEEEL A2, AA=A2-Al,
GE] . BAA TN, ATRUEKR RZATE (30 40min BiEC) FEEL A2, SINAREARET VI (A ZE 40uL,
MAFI =R , EFEEEAN R NETE T FMEER VI ERATEARERNITE.
. ERIHE:
I BEAZEEREITE:
MEEX. SERAREAFHHEMN 1 nmol NADH E X A—EEE RN,
NAD*-SDH (nmol/min/mg prot) =[AAxV2+ (exd) x10°]+(V1xCpr) ~T=160.8xAA~+Cpr
2. BMAEEITHE.
MPAEX . BRALRGNHER | nmol NADH E X A—MEgE B4,
NAD-SDH (nmol/min/g #8) =[AAxV2+ (£xd) x10°]+(WxV1+V)+T=160.8xAA+W
3. FREES AT EITE:
BEEX: 81 A HES AT $h4E R 1 nmol NADH & X A—NEEE 11 84,
NAD*-SDH (nmol/min/10% cell) =[AAxV2+ (exd) x10°]+(500xV1+V)+T=0.32xAA
4. BBREABRITE
MEAEX . BEFREGIELEM 1 nmol NADH E X A—MEEIE N B4,
NAD*-SDH (nmol/min/mL) =[AAXV2+ (exd) x10°]+V1+T=160.8xAA

e---NADH EEREIHEREL, 6.22x10° L/mol/cm; d---96 FLIREIE, 0.5cm;
Vo IIAIZEGREF, 1 mL; VI--IIAREAREIR, 0.02 mL;
V2-- R AR BEIR, 2x104L; T--- R Rz AS(8], 20 min;

500 4R S AEBE L, 500 77 W--- K&,

Cpr—#HAZHFRKE, mgml; BIWEAAASH BCA ZEEEERNKFIE.
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