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[ ABSTRACT] Aim

ferase2 (ACAT-2) expression by cholesterol in hepatic cell and enterocyte.

To investigate the regulation of X-box binding proteirr1 ( XBP-1) and acylCoA cholesterol acyltrans-
Methods HepG2 cell and Caco2 cell were in-
The mRNA level of XBP-1 and ACAT-2 in cells

In cells incubated with free cholesterol and oxidative cholesterol,

cubated with different concentration of free cholesterol and oxidative cholesterol.
were detected by semr quantitative RT-PCR. Results
XBP-1 and ACAT-2 mRNA levels in HepG2 cell and Caco2 cell were uprregulated, and were dependent on the concentration in-
crease. Conclusions  Both of cholesterol and oxidative cholesterol can induce UPR, and ACAT-2 mRNA level can be up

regulated, the results imply the possibility that ACAT-2 may be regulated by UPR; in view of ACAT-2 playing an important role in

the cholesterol esterification and absorption, UPR may have important significance in cholesterol absorption.
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L1 #g

JF 40 B 2 HepG2 T B b ¥ 28} & 4 B, /N i AE
FE b Z 4 F Caco2 1 B R X K ¥ 4§ ; Hepes-
RPMI1640.OMEM % DMEM ¥ 5 # 1§ & Gibco /A #];
fE B &5 Fo 7- R A JE B BS W B Sigma /A B]; 4% KB
Oligo dI'\Taq DNA % 4 B .dNTPs 1 E Promega /A &;
PCR 51 ¥ @ LA TN 8 A k. HAMRA A E -4
=0
1.2 ZHpEiEsE

IE% &K B HepG2 40 f 3% 7= T 4 10% f6 4
7 20 mmol/L. Hepes~25 mmol/L. NaHCO; % pH7. 4 #y
RPMI1640 3 # £ 9, Caco2 40 f 3 5 T & 10% fb 4
7 R pH7. 4 # DMEM ¥ 5% % #, & 37 C.5% CO,
BafrEs., BEEBHEW 240 E/H 1x10°

*1. REMERNHNSIYFIIRTBENS

20 fe T 100 mL 5 7240 F, 1% F AT 9% OMEM 7o i 7%
BEAREERUANKEFMNEEE 7~ ELHE
BE( K E X 100 mg/L ZBEER), ELWRE N 10
mg/L #1 20 mg/L, B & 16 he Z B BB LK E N
2 g/L, 4 A 9% F HepG2 %8 i f1 Caco2 48 7 h, 1B
FE M 2 B
1.3 HepG2 #AREAN Caco2 R X ELEAEH 1 A0
fit E 4 A A REEIESEE B F5EE 2 mRNA BIFRIKAEN
J Trizol & 7 4% B 48 jg & RNA. BEUE RNA 8
Mo Oligo(dT) 12-18 1 Mg, | DEPC 4& 3 ACKh 78 KR 14
ME 15U, B4. 75C. 10 min 5 & Tk EA 42
min, 1A 5 X Buffer 5 ML, 10 mmol/L. dNTPs 3 ML, 3 %
B 2 UL, 42 ‘CHR 60 min /&, 95 C.5 min X & 1 #
XKW, BT - 20CHKF. B2 U #HEF kT
PCR R hi. PCR R A5 FFI B Y & H L% 1.
PCR =14 2% 37 e ¥E Bt e oL ok, MM e Je 8, &
ST T B AR, GIS B B 3k - 4T & e 3 447, A B
actin F A %

Eikzdl o B K A 1Bk SEfH TR L

3531 5°- CCTTGTAGTTGAGAACCAGG- 3’

XBP1 5 441 € 6] 5 C )
#5149 5 -GCGCTTGGTATATATGTGG- 3 bp % » L .
3519 5 -GGCAGAATCCTGITAGAC-3°

AT . G C C

ACATe T34 5 - GTCAGTCAGTGGCATCTC-3' 256 bp & = L 2
B 5" -TGAGACCTTCAACACCCCAG-3’

B-actin W51 316 bp 95C 55°C 72°C 28

T 514 5 - GCCATCICITGCTCGAAGTC-3’

1.4 ZitESH
S Gt AE LR R A FELMN, UL P
<005 HEZRALHUHFE N,

2 B R

2.1 PEEIEEAN 7EIE B E E2XT HepG2 4HRE X & 45
AER | FEtEHE A FEE M A 2 mRNA
IKFRIFZ 0

10 mg/L F1 20 mg/L %) JIH [F] i A0 7- J = JE ] 2
{8 HepG2 4 s XBP-1 Fl ACAT-2 mRNA 7K1 & 2 Ft
15, L B B 7 AR R PR B T G B 1 AR 2) .
2.2 FBEEEF 7B EBEEEXT Caco2 HHE X S
AER | MELE4HES A FEEEEEE L EE 2 mRNA
IKFHIF N

10 mg/L F1 20 mg/L [ JIH [F] i A0 7- f = JH ] 2

{#i Caco2 4l XBP-1 1 ACAT-2 mRNA /K *F & & T}
77, LA B A R BB i g B 2 AN 3) .
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300bp
200bp

1. AEIKE AR EEEF0 7 B £ BB E &2 3T HepG2 AR X &
ZEER | MBE R A BEEEE R B 2 mRNA K

=AU 1.3 S 4 JKTES 92 0410 S 20 mg/L 7 R 35 I [ i 0% 6
16h, 5 F1 6 ¥k i& 5 514 10 Fl 20 mg/L. fH [ EERE T 16 h, 2 ¥KiE N
2 o LBRAVEEEMEE 7 h, M N DNA marker.
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*2. RREGRASTENERSAS Bacin XEELE

gy 4l ACAT-2 XBP- 1
25 K R 0. 3256 %0. 0036 0. 4172 £0. 0023
T b A 2 0. 7259 10. 0026" 0. 7846 10. 0016"
JIEL ] e
10 mg/L. 0. 6465 0. 0015* 0. 6971 £0. 0033*
20 mg/L. 0. 7896 0. 0090° 0. 8276 £0. 0010*
7- il 5= L [
10 mg/LL 0.7257 £0. 0021* 0. 7867 0. 0027*
20 mg/L 0. 8365 £0. 0062° 0. 8677 £0. 0042°

a N P< 0.05, 52AxBAILE .

6 4 3 2 1 M
XBP-1 [ i — NS

P-actin EEE S - S A 300bp

400bp
300bp
200bp

12001 L St
ACAT-2 50 B8 s

2. ARIKEMBEEF 7 EEEEBE X Caco2 X &
FEEBQ | MBEHEE A PBEEEB A BE 2 mRNA KT
pEA 1~ 33K 474 0410 J 20 me/L. 7- i 55 0 [ 02 & 16
h, 4 A5 JKIE 535129 10 1 20 mg/L RH[EELH?E 16 h, 6 ¥KIE N 2 ¢/L
THRPSHEREIEE 7 h, M 4 DNA marker.

®3. RREGSREITENERSAS Bacin XEELE

a5 W ACAT-2 XBP- 1
T E R A 0. 4015 0. 0015 0. 4212 £0. 0023
T pEEE A 0. 7456 £0. 0020* 0. 7859 £0. 0025°
JIEL ] e
10 mg/L 0. 7565 £0. 0012° 0.7971 £0. 0013*
20 mg/L 1. 0274 £0. 0027° 1. 1676 £0. 0031°
7- ] 5 L[] it
10 mg/LL 0.7986 +0.0023" 0. 8125%0. 0031°
20 mg/L 1. 1985 £0. 0022° 1. 3628 0. 0025°

a N P< 0.05 525 BALE .
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Tk S A L[] 2 Tk 5 7% 7% i ( ACAT) 2 M [
B AC I 1 BB 2 —, ACAT 1776 7% F [A] T B,
ACAT-1 A1 ACAT-2. ACAT-1 T 2 AL, &
111t P9 LT s 0 T 4 4 40 A P L 2 1 94 BE,
S ACAT-1 Z87%, 200 Ffa A JEL (3] 2 1 A< P55 384 o, 400 i s
Dife R AEZRELT F BT, K As . OF
FORIE 70 5 R 22 B, ACAT-2 BRI T AT 41 fg A/ i
K R am i, A IEE BRSO S SRR R A A
BEARRL AR AR 25 FE g B (3 A 25 B2 R B A 1 28 T A
AW, PRI, BT B2 55 IR [ BEAE i 16 R R ORI 7R

JFep A
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AT, X AR S As IR RAR S . AR
CAN b Bz 48 Jt R0 B 40 B VR O E B N R, ik R
XBP-1 1£4 UPR (WS4 5, B8 H [ B DL A 8 AL
JIH 5 B X HepG2. Caco2 P Fi A [F] 25 24 4 fd 1 XBP- 1
Je ACAT-2 IR MR o 45 F R IR 1% PR F 2 20 1)
1 it H AL ] P R 4 Ak L ] 3] e 5 5 UPR, JF[RI I
BTN ACAT-2 KIS, 7EFES ACAT-2 RiILHE K
[FI, XBP-1 F Rk R 20 . R AW FL MR
FLHERUE S ACAT-2 11 5 22 XBP-1 % 5 B0 1) &5
B HEHE MUEYE R W, XBP-1 B30 o] {2 3k £ b
UPR #EJERI 3G 1808 . 7 51 40 A &5 3R 27 XBP-1
IE AL 5 S R 7 NF-Y M EAE A, 43 0 5 40 i %
ERSE L Fifllff) %] CCAGG F1 CCAAT &4, fRi## T
W Y . X ACAT-2 B E T 5/ Mg 3R
B, BB THEA 3 4 CCAGG, PR i HE I AH [
iz ol S G FE [ 235 5 UPR, JFiad XBP-1 A% 5438
TEVEFAR 3E ACAT-2 W% 3%, AT 5% el JIH [ B2 7E
YT A R A T A IR A B B 4 B R AR . AR UK
FE S S2 56 v iE S ACAT-2 of AH [ it 16 4, 1 A 1) 5%
e, Sy 24 ] B ACAT-2 7 JIHL [&] B AX 6 A g 4 A B8
SEJET, TR As BIIG IR VG T $& BEHT AR
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