— (3 L)
FRIRRAT (MCS) FHRMRAS (TRANEE

PR B S BA2148
PR 50T/248

7= A

AT IR G M (metheyl-citrate synthase, MCS) J ZAFETaIY). Y. BEEVIANES I7 40 i A 2o {4 5
T, SRR EEE (CS) HHZ 5 = RIRMEH R .

MCSHEAL T BECoATI HEIE 1% 7 A2 FH B AT R IR Al A, 32t — DK AR ™ AR BT IR s 12 LA DTNB#L AL
HOMTNB, fE4120m AT FFAER I, H b ml AT SEMCS T -

Propionyl CoA + Glyoxylic Acid &p Methyllinyﬂ%:zyme A+ Methylcitric Acid

DTNB TNB (412nm)
7= b R
A4 FR FRE TRAE AT

PERUH TRAR30mL X 13 -20°C

R — WiAR0.3mLx13¢ -20°C

= WAR60mLx 1l 2-8°C

A = WiAR2.5mLx 13 2-8°C

Y H 75 X 132 -20°C

1ESEn 7 X 132 -20°C
VR T A«
Lo R A AT SmLZE /K T80 T AR, AR 58 BGR-20°C 70 R (R A4, ko [ S VR i
2. WFITL: WA R IR A B, A BT IN3mL K TR AR, R SE AR TT-20°C 70 25 AR 4745

G S5 S VR

= B A RAERFI R

AL EEEE Ty ImL SIS AL, RAF L AR L KGR BIPEA/ S0 S8 /400 P BB . KR 280K

BRIEDIR:

—. BEALE (TELRABAIEARE, RAEWHIT LSE TR

1. HA: FRALFRE ()« BEUREMR (mL) N 1: 5~10 BIELE] CERELZ 0.1g 4141, i\ ImL $2E0ED
A 10pL w7 —, BEATUKIBAIH . 12000g, 4°CE > 10min, HU i B Tk LR,

2. ZHWE/ZEML: MG/ ECE (100 - FRBGRARFR (mL) 4 5~10: 1 MJLLH CEL S 5 7540 B /40 i in
A ImL FERGE AN 10pL 3R 5—) , VKIS R (D)% 200W, #8738, [EFE 7 #0, KEFE Smin) ; 24
J& 12000 g, 4°CEL» 10min, HU_EiE & T oK AR,

=\ NEPr,

A6 T 30min BLE, PETIKE 4120m, I EBKIAE,

WA BT 37°CKH i 15min.

BefEF: fF ImL BEBS LA IEE 1.5mL EP 45 4 Bl nN GEH T e sh i REAR) -

wp o=

- a2 - » - =

I i w62 7k P BB AT B 2 vl
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— (G HEE

RABFK (uL) xof HRE e &
A= 930 800
A= 35 35
BRI - 40
FEA 35 35
vl - 90
7E ImL S LB 1.5mL EP B rh 0 B B8k, mRAEIe Sk
412nm '~ 10s BFIWIEETROGE A1 XTRE L AT E, 2 Ja JIE0HE TE 6 L% [R) )

N E T 37°C/KIE HHUHERG SN Smin, HGERCH ELELIEEET, 412nm
g3t Sminl0s BFROIROEE A2 XHE . A2 lE, HEAA= (A2 IlE-A1
JE) - (A2 XFHE-AT XTHED o

4., HAEFR: /£ ImL BESLLEAMEE 1.5mL EP & iR 2 BN GEF T 0052 A AE Y A 2UREAD

RALFR (ul) X R e &
WA= 765 635
A= 35 35
T Y - 40
FEA 200 200
T - 90
7E 1mL BEH5 (ML 1.5mL EP 3 s 4- M FRatsm], 7o /0B 51 510 3%
412nm F 10s B FIRTEEIROGRE AL ST A1 e, 2 )G JGE0RS bL 8 L [
NS BT 37°C/K# R R S N 30min, JRGEEH E L 4T, 412nm
FIg3% 30minl0s I FIMROERE A2 XFHEL A2 Wll5E, THEAA= (A2 E-Al

WE) - (A2 XTHR-A1 XFHED
e fE 1.5mL EP & AT SOV, AT 2% UM Sl I E TR v, AR5 R R SR A JE iR
I ImL BeF LI, 105 412nm T 10s B IWIEEMOGEE A1 XHHR L AL DIGE , 2 )5 JRGdR SO W E 1.5mL
EP &, BT 37°C/K¥ FHHERG N 30min, BGEEH EP &1, 412nm 3% 30minl0s B OEEE A2 ST
A2 P5E .
=. FEFBERAR (MCS) HEAR
1. AL
(1) ZPEARE AR
BRI o X & mg VR (17E OB AR R PR B 477 42 Inmol TNB & SUA— /MBS 77 44
MCS %1 (U/mg prot) =AA+ (exd) xV Jx+ (CprxV ££) +T=420.17xAA+Cpr
(2) FFEARFTREE.
BRI E X BF g AZUE ISR R 4523 817 £ Tnmol TNB 5E SN — ANl i /1 54
MCS iEPE (Ulg i) =AA+ (exd) xV x+ (W=V F2HIXV FE) +T=424.37xAA=W
g: TNB BE/REEARE, 13.6x10°mL/(nmol-cm); d: ELEIMYEAE, lem; V J: MAKRAER, ImL; V
SR Z NN BIREAARRL, 0.035mL; V2 H: IAFRIBUE k7R — AR, 1.01mL; T: SSAFIAE], Smin;  Cpr:
FEAEAWKE, mgmL; W: FEAFE, g
2. TR KA AR
(1) ZPEARE AR
BRI 2 X B mg HZVE (1E OB AR R PR B 477 42 Inmol TNB & SUA— /MBS 77 544
MCS &1 (U/mg prot) =AA+ (exd) xV Jx+ (CprxV ££) +T=12.25xAA=Cpr
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(2) FFEARFTREE.
BRI 8 X B g SHERTE IR NAR R A3 53812 1Tnmol TNB 5& SN — AN /1 5407
MCS it (Ulg i) =AA+ (exd) xV Jx+ (W=V #£HxV F£) +T=12.38xAA+W
(3) U /AT
BRI 3 X B 100 AN BE /AN IR AE SN AR &R P AR B 4L 77 24 Tnmol TNB &2 SN —/ANBFIE 71 544
MCS &1 (U/100 cel) =AA+ (exd) xV K+ (N+V F2HIxV ) +T = 12.38xAA=N
g: TNB EE/REEARE, 13.6x10°mL/(nmol-cm); d: ELEIMYEAE, lem; V J: RMAKRAER, ImL; V
SAR R AN IFEAMAR, 0.2mL: V $2HC: IASEHOR P77 — A FR, 1.01mL; T: JMES[E], 30min; Cpr:
FEAREE WAL, mg/mL; W: FEAJTE, g; N: U@ M=%, DL 10°it.

EEE:

Lo g R e AR T A BT K ECE, DL AR PRI -

2. BEFPA NRIREOEE SRS, — D ANEEt, — A ATHRS,  DAORIE SRS 45 R .

3. BTIRBURESAEEARS (4 Img/mL) , HI5E 8 LI 5 2R I S B 2 R
4. HFEARAA<O0.01 I, WTE 2 GEA G S ML R B KA R R e, iR R B A 5.
5. HFEARAA>D BLA>1S I, APREREA ISR BORIE MR e e, s F Aot 5 A

FdfE 5 2k W BB AT B )
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