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FAEATEERSES (metheyl-citrate synthase, MCS) RFI&EIRAH

WEsE 100 B/96 ¥

¥ OB EXNERISLE 2-3 ME BB AR ARSI E

MEBX :

MCS J 2 AAE T3 W IR R ER R S b, BATERIREBE (CS) K[AS 5 =AMRIE
NN N

MEFRIE:
MCS AL TR E CoA L 2 B2 77 A2 AR BLAHER A, BE— /K- E W B BR, 2R NI AN
DTNB #48 Bi i ([ TNB, £ 412nm A 4SAEROGIE .

mEEHMUENRR:
AT AR B ELHL. AW, TR RS R A SE /96 FLER . BHER. UK. B
IK LR ZR K

B FILE AR ANEC 1 -

R Witk 100mLx1 i, -20°CLRAE

WA WAk 20mLx1 L, -20 CHRAE

WA= Witk 1.5mLx1 32, -20°C{RAE;

RANY: Witk 30mLx1 i, 4°CLEAE;

WA M7 M, 4 CHRAE

WA MAx1 32, 20 CHRAE, IRARTAN ImL Z5187K, FARZERIRFIV-20C#-17

BAHRTRIE:
AL, AN A P R R B S R R 0

®©  FRELZ 0.1g AHE g 500 73408, O ImL X757 —A1 10ul RF=, FUKIBEI RIS K.

@ H2% 600g, 4°CEL> Smin,

® FULE, B LEREES—EO0ET, 11000g, 4CEL 10min.

@ ISR SR, R T AR AR IR Y CS (B IR o

® FEZBEOMTUIE RN 200ul 377 A 2ul BRI =, HEAEBERE (KA, THE 20% 8L 200W, 7 3
b, kG 10 Fp, HE 30 %0, FTLkik CSMlE.

ME LR

L 66T BB AR TR A 30min LA b, 59K A 412nm, ZEBKIHE.
2+ FEARNE
(1 ERFNF AN ImL K BRI 22mL 550, WA, 37C (A 2i25C (Hemm wE
Smin; FHASTE MR 733 5 -20 CLRAT, 25 1E R SRRl
(2) R A S LR 96 ALA AN 10 u L ¥EAS, 220 u L WFITAN 10 w L5075, 821, it 412nm
Ak 20 FOI FIAIUETR G AT R 2 43 20 AP RO A2, HHEL AA=A2-Al,
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MCS FEMEITHE :

a. FEANEAEXLENMNEMNHEARMT:

(D) AR AR5

BAATE S B mg HIUE PR AL 2E 1 nmol TNB 5 SCA—/MAg TG 1 847

MCS (nmol/min /mg prot) =[AAXV &+ (exd) x10°]=(V FExCpr) +T=880xAA~Cpr

UV T B AT SE R AR B A RO

(2) FEREARBEE T

AR X B g A8 EN2E 1 nmol TNB & XCH— MBS /1 84T

MCS (nmol/min /g ffE) =[AAXV i+ (exd) x109+ (Wx V FE=V FEED +T=177.8xAA+W

(3) F2 20 B B0 0 % 5 5

BAARE S B 1 T3S0 B B MR S B AL P2 A2 1 nmol TNB & SR —ANBEE 71 5.4

MCS (nmol/min /10 cell) =[AAXV g+ (exd) x10°]= (500xV #£+V FfiL) +T=0.3556xAA

VR AR REAEI, 2.4x104L; e: TNB BE/RIEGRE 1.36x10° L/ mol /em; d: LB LG,
lem; VFE: MAFEARAER, 001 mL; VFEE: MAZPUEAFR, 0202mL; T: KFHE, 2 min; Cpr:
FEARE ABKE, mg/mL; W: FEARRE, g5 500: 40MRk4nE =%, 500 Ji.

b. M 96 FLIRMEMHELARINT:

(D) AR AR5

BN E S B mg HIUE AR AL 2E 1 nmol TNB 5 SCA— /Mg 1 547

MCS (nmol/min /mg prot) =[AAXV i+ (gxd) x10°]1+(V FExCpr) +T=1760xAA+Cpr

UV T 2 B AT SE AR B A RO

(2) FEREAREEE T

AR X B g AR A8 EN2E 1 nmol TNB & XCH— MBS /1 84T

MCS (nmol/min /g ffE) =[AAXV K+ (exd) x109+ (W xV FE+V FEED +T=355.6xAA+W

(3) Fo 20 B B0 0 % 5 5

BAARE S B 1 T3S0 B B MR S B AL 77 A 1 nmol TNB € SR —ANBEE 71 5.4

MCS (nmol/min /10 cell) =[AAXV i+ (exd) x10°]= (500xV Fi+V FEE) +T=0.711xAA

V B B R SR, 24x104L; e: TNB BEZRIEOGHRE, 1.36x10* L/ mol /em; d: 96 SLBOLE,
0.5cm; VA IIAFEAMAEE, 0.01 mL; VFEE: MASRPGEMAF, 0202mL; T: KMHS[E, 2 min; Cpr:
FERE ABKE, mg/mL; W: FEARRE, g5 500: 40Mk4nE =%, 500 Ji.

Bl 77

WA —: ik 100mLx1 i, 4CHETE;  (50mM Tris-HCI 7.4, 8.56g HEHE, 88mgEDTA)

WA= Wik 20mLxd i, 4°CHRAE; (10mM Tris-HCl 7.4, 1% Trixton-100)

WA= Wik 1.5mLx1 3, 4°CEHRAE: (100mM PMSF)

WA Witkx1 i, 4°CHRTE (PR 0.135g Tris, 0.166g KCl, 8.4mgEDTA, AT 27.5mL X{F%/K, FJ HCI i pH
£7.5)

BRI Biiix1 3, 4CLRAF;  (FREX 2mg DTNB, 2mg P - CoA T 30mL k7))

AN MFx1 X, -20CHAF;  (FREL 0.6mg FEE LR T 1.5mLEP &)




