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Fusion Expression and Purification of Rat Acyl-Coenzyme A : Cholesterolacyltransferase Amino
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ABSTRACT Aim Fusion expression and purification of GST-fusion protein of the extra-membrane domxin of rat acyl-coenzyme A: choles-

terolacyltransferase  ACAT> amino acid 480 ~ 545) . Methods Rat ACAT émino acide 480 ~ 545)amplified by PCR was digested with
EcoRI and then subcloned into the expression vector pGEX-2TK to get recombinant plasmid pGEX-2TK/rat ACAT &mino acid 480 ~ 545) . Up-
on IPTG induction, GST-rat ACAT émino acid 480 ~ 545) was expressed in E. coli.
Sepharose CL 4B affinity chromatography from cellular lysate. Results SDS-PAGE and Western blotting analysis showed that purified
GST-fusion protein of rat ACAT &mino acid 480 ~ 545) was obtained.
membrane domain of rat ACAT &mion acid 480 ~ 545)may be useful in the production of antibody against C terminus of rat ACAT and in the

studies of the relationship between the structure of ACAT and it’ s functions.
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E.coli XL-1 Blue # HASREA K& AL &
A7 ;s FRIE AL pDEX-2TK F Sepharose CL-4B 14 H
Pharmacia A ), 2 G BEHE N Polymerase chain reac-
tion, PCROIAFIE B Life Technologies; Sarkosl & Sigma
PR SEPUR A EK S H N Bio-Rad 77 d; ECL 7T
N Amersham /= i1 o
1.2 RAEEE RN

I B ACAT 551 Ui ¢ K 66 MR IR
BRHE R BEEAZ R 51 W 5] N ECoRI BE V)AL £, Bt
WiR s 5" 51 YN : 57 -GGGAATTCCGGCTTTTAACTTC-
ATCG-3", 3" I 5| ¥H:5 -CGGAATTCCGAAACA-
CGTAACGAC-3" - LA pGEM-SR ACAT A B 4%,
cDNA =4 94°C Y 10 min 5, & N FR 74 3.
94°CAE % 30 s>60°CIB K 60 s—>75°CLEAH 90 s, 3£ 30
AMER G, 75CHERF 10 min, BU 5 pL RBYIEAT 1%
LR AR PE B UK B Y R
1.3 DNA B K 25 20 R i A 2

MR 25 350 A5 A R [E105C DNA A B, & EcoRI B8
PIkb3, 5 fRL pGEX-2TK £ T, DNA & Bl &8, 7%
U E. coli XL-1 Blue, 1 113 Ddbik 1 a7 fg,
PRAJFURL, F EcoRI BEVI € R B AA N B, R )5
R 434
1.4 EHFRIXFUR M@ AR L

B EHATRENRFEZE E. coli WA . BUH
it BRI, FE AP T LB & 100 mg/L Amp) 55 77 &
HFL,37CHE I 3 h & ODgyy = 0.6, IMALIKE N 1
mmol/L 5 A £-p-D B A F FLBEH  (sopropy-B-D-
thiogalactoside, IPTG), 5 F3%1A 3 ho
1.5 HHAREGFRIEYIH 5B A

BFRIEHE T 5 000 v/min 250 10 min, BUITTE
53 FH 1% Sarkosyl-PBS ¥ ¥ & %, # 75 il I , 40 000 1/
min & 0 20 min,» & B H K Glutathione, GSH)
Sepharose CL 4B #EJK A i 364, Fl 1% Sarkosyl-PBS
WP 2 MR, RiIEW LIFW LR, 1%
Sarkosyl-PBS W WMt , LRI H. HIEMIK 60
mmol/L Tris> pH 8.0 10 mmol/L DTT, 1 mmol/L ED-
TA> 10 mmol/L. GSH) Wit » W 5 e it 0
1.6 T ZReAERR AN - BT B e B FLK SDS-
PAGE) & 18 i HL ¥k

F3CHR B1J71%, F& 1% SDS, W4i IR E R
5% 5y B IRIRFEH 12.5% B IHEAT
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Methanol F10.01%SDS HH 8.3),120 mA F#EN 1 he
SRJEMEF ¥ T 20 mmol/L Tris-HCL 150 mmol/L NaCl
H10.3% Tween20 pH 7.6 5% Bt g W5k 4°C 1 P71
. 5 0.5 mg/L LA ACAT-C Kb g = I 57
B4 hWEEE, 5 0.6 mg/L FHi i 1gG-HRP X . 40
min» 5 /5 A ECL 7 2.
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& pGEX-2TK, M3 B K& ikl & 1, Figure 1). HE4L
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Figure 1. Construction of plasmid pGEX-2TK/ACAT
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2. BEHRIEN pGEX-2TK/ACAT JFUKL (1) 4544 43 #r
Figure 2.  Restriction analysis of recombinant expression of
Plasmid pGEX-2TK/ACAT.

er; 2, Restriction fragments of recombinant plasmid

AT SR b IR 20 M T ke S BEAE AL R T 45 30 ik
AR REREE VIR BHEDEMERN
ACAT JEAM BRI ERIE J Ho4lifh, TR ACAT 4514
MTHEERE UM RBER R . FATH GST NI ph&
KIERGLI T KE ACAT 1 C R fAh i Bt &
FEIR 480 ~ 545)1E E. coli Kikk R H IR IE, FEFIH
GST >R M Z M 3R15 T 4 4E 1Y) GST-ACAT & &R 480
~ 545t EEH .
i A A R A S A SRR R, R BLEA
W MR R B S R R0 E B, RATILEL
T PR 275 71 Sarkosyl 1 Triton X-100 X GST-ACAT
LR 480 ~ 545 A& B H I MR R, KL 1%
(1) Triton X-100 {3 fifH /> &Rl & 8 H, T Sarkosyl
A 0% & E AW T LiEWH . Bt i, &
% 1% Sarkosyl-PBS TE NVE & K- 73 4h GST Al &
RIS R A SCRTER KRR b AR T Rl & 256
PRI A< B () M )i o GSH-Sepharose CL 4B 3% £ JZ 41 Xf
GST-ACAT C Kt i BO I A4 3 AR T 0 — e HoAh
HH GST RiA 2, W GST- AN ACAT N K v BO A
GST- K E ACAT N Rimh BO%. Ah, HT GST-A-
CAT & ER AT E, & B AR, R E A 4U4E 4°C 1%
LR IEAT, BT A W R ARG AR B RV R R
VRS R 0.45 pm JE R JERR B J5 75 AT
A8 FH SR R P i R A B S A

15 Nucleic acid molecular weight mark-
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3. SDS-PAGE F Western blotting ') 45 5
The result of SDS-PAGE and Western blotting. 1,

3, Supematant; 4, Elution

Figure 3.
Molecular weight marker; 2, Lysate;
peak; 5, Western blotting
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