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WEHAEELES (Fumarate Hydratase) SEMIRFIEEAAE

2. GO86OW4S fiHRsE 48 #F)
N FLEI:IIJ%F{I\
TEHIR IR X A SRR KALES (EC 4.2.1.2), fEAE T ERitA b (05 & BB & Ay e
TEA R, —, FETHREH N E SRS 2 AR E SREE R R %Y,
TENEH, ZBE R 2 FHO™E R, BIanis ) LIREsTE, Dk IR 4%
TEHRREH L RR BN -3 RR, L SERRAERRMEARNER T, H
I NAD+HIEJR % NADH, @i #60 NADH 7E 340nm [ 34 0058 R 75 1 4iE i 2% BRI (1) 3%
PR/
=\ R ERE R FECH -
AR HA% TRAFELR H/iE
WA — Witk 60mLx1 i -20°CfRA7
A Witk 15mLx1 i -20°C R A7
WA= Witk 0.5mLx1 I -20°C R A7

s PR R T 3 0SB N T
BRI it mgx1 3¢ 20°CHRA7 | 8B, B 12mL FIEKERE,
AJ-20°CH R FFo

s PR B PR G 0B N T
EViE Bk mgx1 32 20°CHRAF | #B, FBN 0.6mL FRIBAKERE,
20°CHR%F.

I FI BT AR JL T 3 it R N T
N WA PL>1 52 -20°CHRAE | #B, BN 0.6mL F BRI,
20°CHR%F.

At Witk 8mLx1 ¥ 4°CIRAT
AN Witk mLx1 3¢ 4°CIRAT
=\ rE{NEMAm:
BERR A 96 FLAR . FTERE Mg RIR B OHL. KIBH . BFEk.
PO, HEAA R EEG IE MENE -
LERRIRGIE (BR: BEAMRRARNIZIVT RS 4°CIRIBIFE):
© FrRELZ) 0.1g L2 8IC4E 500 J5 4, AN ImL X7 —, FUKESI K srsk sl s, %
2B LE G T 4°Cx700g &0 10min.
@ FULE, BEBRBER—BEOEH, 4°Cx12000g 20 10min. i RN i3 5284,
AR T8 B R R B AE R R (P D, BTiE A ERRL A
® FEUIIE (ki) dinA200pLiR7 —F2plik) =, BAERMEE (K%, DhE20% 5
200W, #B73s, [EFE10F>, ER30K), MR E T UK LT &Rk IE A REREEE N E .
i) ZEmMEAE, TIRBAARS(Q): REGRARMmML)A 1: 5~10 MELHIHITIRE, sizBAE
2(10%: ZEUE(mML)A 500~1000: 1 FIELFIBHTIZEL.
@© FEEFRLTH 30min PLE, H8 K S 340nm.
@ A RAIAERER (25°C) BT Ki%s (25°C) H1#7F 15-30min.
@ 1£ 96 LR RN -
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WA FR (LD P
FEA 20
Ay 20
5%lEal 10
IEWHIVAY 10
G 130
VB2, 37°CH$HE 20min
WA\ 10
WR2), SLRIF 340nm FEREUSEROGE Al,
37°CH##E 30min JGiHL A2, AA=A2-Al.

I BRENERARIREATEASETEWEIERRE), BEROHAMEE ARE 10uL,
MKF-EAAR M), MKRTEREHHEAER VI RATEAREHITE.
2. BAA EERN, ATDEK K RETE T (20 = 60min i EK), sSiINAHEKE V1 (ANEE 40uL,
WEKF-EAARDR ), KGR RAHE T FAEAMIE VI KA EAREHITE.
f. ERITE:
1. EFEAR R W T
BEIEE X AE 37°CF, 2w HZUE AR #172E 1 nmol NADH Jy— Mg ik 547
ZE A 2 2 BT 1 (nmol/min/mg prot)=[AAxV2+(exd)x10°]+(V1xCpr) =T
=107.2xAA+Cpr
PINIE (73 /N £ =
s 2 S AE 37°CF, B AU 807 4E 1 nmol NADH JN— AN A
ZE 5 2% BRI 1 (nmol/min/g 5 B )=[ AAXV2+(exd)x 10°]+(WxV1+V)=T=21.7xAA=W
3. RN B /4 B A
Mg e e 2 37°CF, B 1 AN/ RS B 4 1 nmol NADH 4y— /M 507
ZE 5 2% BRI 1 (nmol/min/ 107 cell)=[ AAXV2+(exd)x 10°]+(500xV 1+V)+T=0.044xAA

VI---IABEARAFR, 0.02 mL; V- BGRAAFR, 0.202 mL;
V2--- AR R BARAL, 2x104 L; d---96 FLHRIE1E, 0.5cm;
T BB [E], 30 min; W---FERJT &, g;

e---NADH EE/RW M RB, 6.22x10°L/mol/ecm;  500---ZHfE ¥R, ;s
Cpr——-FEARE A FUAKE, mg/mL, I HAARNT R BCA & A& 2R 0R &.
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