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ZESAZRELES(Fumarate Hydratase)ig#iFI=

9 % &= 4 8 H

= m &

SEAAZREREE N RIEAAREUKILEE (EC 4.2.1.2), FETEAMTHNESERERITER
BERPRXER—, FETIRRPNEDSERESERIE SERERIERAZE.
TEAERT, ZIBRASSHEMRERE, FINka) LB, sKOETS.

SER RIS AT RE L AL L-ERE, LSRR TRRISEBIERT, RAtE
NAD+E[5ERE NADH, iEidt&ill NADH £ 340nm AUIEHMESREHIEAZRIREEANEMEX
N,

(e = O A L R

idER s FEER &:iE
) — AR GOMLX 1 MR | -20°CIR7F
8 A 15mLX 1 AR | -20°C1RTF
wHil= AR 0.5mEX 1 #E | -20°CRTZ

ImFERIRE)L MEs A NEES, B0 3.2mL
R R mgx 1% 20°C1RTF
ZMNGERE, AIDEFRTF.

ImFE IR L TR NESS, Bl 1.7mL
RAE A mgX1k | -20°CIRTE
FMRAGERR, -20°C1RTFo

ImFERIR L T EIRFFENESE, B 1.emL
RAl7S WAL X1 % 0°CIR7E

ZINGERE, -20°CTRTF.
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Rt Tofk 12mlL X 13 4°C1RTE

RN BEmMLX]1 & 4°C1R1Z

fr B89 N & M B &

EHMIYEFERT. TmL AZELEEI (2 1cm). aEASIEREE. EEEOWHL. 5.

FELARERRE S M E:

N IETUSCIORERN 2 MEAMITNE, THRAMERER, AEBLIOME, BR

SEIG AR R !

1, SRIHIE:

(B~ BENEAARNERTEMRS 4CEENR)

@ FREZY 0.1g BLEgMEE 500 A48, MO Tml ilfl—, AKASKBHAHIRK,
EREEOERTF 4°Cx700g B 10min,

@ g, LERBER—EOESR, 4°Cx12000g B 10min, EiEREPIIIZEYD,
ATATNERRPIERZREES (P aEM), TSR,

® TEIUE (ZeRifx) B0 200pL 387 —F0 2uL A=, EBEREE (KE, ThE 20%5,
200W, #87 3s, [Ef8 107, S 30)R), RAEET ik ERTERRPIE Az SN
=

[E]: EEINEAE, RBERRE(Q): EIRIER(MLA 1: 5~10 AILLETHREY,
B AR ELE (104 REUR(ML)/ 500~1000: 1 AILLHBIFH{TIREL.

2, EHE:

@ EHYEETHTR 30min LLE, BTIRKE 340nm, FEIEKESE,

@ FrERfREE=A (25°0).

® & TmL AZRLEN (2 1cm) FHERIN:
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RABW (uL) i
=N 60
B 60
HAE 30
HAI7< 30
Wit 490

&5, 37°CHE 20mine

pE AN 30

BA), MEDT 340nm FEENRERYEE Al, 37°CHE 30min JFIREY A2, AA=A2-Al,

[iE]: 1. BRENEIMENEFAFEASELSS WERERRT), TROERINE
E (WiEE 30uL, WEHFICHERIEM) , WHREERNEAER VI AATEARXERTTE.
2. HoA EEBN, TLEEKRMATE T (MIEZE 60min SKERK), BIIAERE V1 (40
1BZE 100uL, HAICHEMED), WHEFRRNERE T fEAFR V1 KAATEAXE
tE.

Z R it &

1. EEFERREITR:

EEEEN: £ 37°CT, BErEREASSMW~4E 1 nmol NADH A—MEEEELL.
FERAZRERESTE M (nmol/min/mg prot)=[AAxV2+(exd)x10°]+(V1xCpr) =T
=62.5xAA=Cpr

2, EEPHEITR:

BEEEN: £ 37°CT, BRERAEHH~4E 1 nmol NADH A—/NEEEHAL

FEMARERTSE M (nmol/min/g B£EE)=[AAxV2+(exd)x 10°]+(WxV1+V)+T=12.6x AA+
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3. AR/ AREETE:

IEFARESESEIE (nmol/min/104cell) =[AAxV2+(exd)x 10°] + (500 x V1+V)+T=0.025x A
A

V1-—-IIAEEARFFR, 0.06 mL;  V---IIAREGRAFH, 0.202 mL;
V2---REMARGARR, 7x1074 L;  d---¢42, Tcm;

T---zhEfiE, 30 min; W---HFXREE, g;

e---NADH EF/RIEHZEL, 6.22x103L/mol/cm;  500---4iEEE, 5;

Cpr---HAEBRRE, mg/mL, BUERAATM BCA EREEMRIHFIR.
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