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R EREREBCAT, E.C2.6.1.42) BT UBRUMSGEEAMBNIVEERE. ZBIH T2

2, BERMT ZHEETEZEYMASHAEZEY T, XETERBRIBBCADELFR L-BIER
REHEBEo-F/L R, AN X Eu-lRNSER, BRAERERTARRNBESEDBATR,
ENSEEFIRNERNERECYR, ZYRE 450nm bFRAREIE, #MEEXERERLREBCAT)
FIERIE MK/,
ZEgE N L-leucine + 2-oxoglutarate = 4-methyl-2-oxopentanoate + L-glutamate,
=\ AFIEBY4E R FAECH -
B R A REFEXR w3

REUK | & SSmLx1 | 4°C{RTF

wH— M mgxl X | 4°CIRTF

REIRJLTH 4°CEOERFIE N E RS,
BN 2.2mL B3 IEK TSN AME. 1) 4°CIR7E,
FIBIRJL TS 4°CRB O AE NI B RS,
N 1.2mL ZRIBACORBE . 1) 4°CIRTF.
FRRIRJL T 4°CELERFENXE AR,
BN LImL EBKERER. 1-20CR%.

= M mgxl X | 4°CIRTF

W= M mgx1 X | -20°C{RTF

WA | R ISmLx1 i | 4°CfRTF
WHE | R 4mlx1 X | 4°CfRTF

Rl M3l mgx1 3 | -20°CHRTF

RFE B ImLx1 X | 4°CIRTF
AR | REmMLx] X | 4°CRE
=\ FrER AR
TRAKEET. ImL HEELEI (12 lom) | AKSA4R. TIARTERE. FHEMEEK,

g, ZiEIEE REBCAT)EMN

BIIENLIANER 2 MERMFUNE, THRAMERER, REIERE, BeLiaFARmiRF
RER!

1, #EARH &

O ALRFER RN 0.1g BLR (K ZHIFEARR 0.5g) , JIA ImL ZBUR, #FT0KAS %K . 12000rpm,
4°CEil» 10min, B EE, BKEFN.
CE] BEmaEAE, TIRBEHARE (9 REUKRER(mL)A 1:5~10 BIELHIEREL

Q@ ME/EEEAR EREARSAEIECERN, BOEFLE B500 ARSI ImL 12
Bk, BFEWEHRESAE (Ka, 300W, &7 3s, [EFg 7s, S8 3min) ; 12000rpm, 4°C
B0 10min, B EFE, BKEFN.
] FENEAE, RBAR/MEREE00 M) IZEURAF(mL) A 500~1000:1 RIELBIHITIREL.

2 \ .J:.*;L*‘&;)H\IJ H

AETRILTH 4°CBOERFIE N ERE,
BN LImL ZEKRBEM, 3-20°CRTF,

@ FrERFIMAEZE (25°C) , 7 EP ERMACRIIAN:
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RABFR (uL) WEE X ERE
B — 40 40
A= 40
A= 20 20
B 200 240

(EFIN 150 150

RE, 37°CRE 60min (EHERSE) , SZRIT 95°CH#KF KA 2min
B, ETRIJLTRSE, 12000mpm =R /0 S 28, EERFN.
@ BERR: 7 EP BRI

RFABFR (uL) WEE S RE
REBUK 370 370
i 80 80
BFIR 20 20
A+t 20 20
EER 210 210

RS, 30°CRY 15min, BAEFBEHE ImL KIFLLE I (JE1R Iem)
B, SZBDF 450nm AMREURKE A, AA=ANE-A MR (FMEAR
BR—NTEEYR) .

[F)] EAA ZEETHHEAN, ATAEERRMMEEMNEER (V3) B8 (a2 300uL, M
REVERHERELY) , WKERER V3 EMRARRITE; SREKEQHF 30°CREEHE T (4AH 60min ENZE
90min) , NKTEMRETERXAELAXEHNITE.

1, AR ZTI20 y = 0.0446x + 0.008; x AREEE/REE (nmol) , y AAA,
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2, BEAERREITE:

BAEX: SESAMNEAS/)NER | nmol AR EX I— N EEEHBA,

BCAT (nmol/h/mg prot)=[(AA-0.008)=0.0446]x(V2+V3)=(V1xCpr):T=320.3x(AA-0.008)+Cpr
3, REAHEITE:

BRIENX: BRARE/NTER 1 nmol HARERE X H—MEEE N 24,

BCAT (nmol/h/g #£8)=[(AA-0.008)=0.0446]x(V2+V3)+(WxV1+V)=T=320.3x(AA-0.008)+ W
4, MR MEETEITE:

BRIEX: BETHAREIMEE/ITER 1 nmol B EERE X A— 1 EE B 1AL
BCAT(nmol/h/10* cell)=[(AA-0.008)+0.0446]x(V2+V3)=(500x V1+V)=T=0.64x(AA-0.008)
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V--RBURIATR, 1 mL; VI-JIANBEARETR, 0.15mL; V2--REYZMEIR, 0.45mL;
V3-BEME LEREIR, 021mL; T-RRZAEE, 60min=1h;, W-H#AXRE, g
500---4EfEsE, B, Cor-MHAZABRKRE, mgml, BIERARNS BCABARENERFE.

Bt ARAERR BRI AR

1 #AESER (10nmol/ul)

2 EERBBHINTRESENIRER: 0,0.02,0.04,0.06, 0.08, 0.1. nmol/uL , 1 5] R 4E K BRAE A KB B ARAE R E

3 MKERERNHER, WEBMNMMERRE RIBSRETGIERERZ.
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