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Effects of COX-2 inhibitor nimesulide on the proliferation and apoptosis of HSC-T6 cells

LU Lijuan', PENG Fang’, YANG Xuefeng’

1. The Second Affiliated Hospital, Hengyang Medical School, University of South China, Hengyang 421001, Hunan, China; 2. Affiliated
Nanhua Hospital, Hengyang Medical School, University of South China, Hengyang 421002, Hunan, China

[ ABSTRACT]
of hepatic stellate cell( HSC) -T6.

Aim To explore the effects of cyclooxygenase-2 ( COX-2) inhibitor nimesulide on the proliferation and apoptosis
Methods The HSC-T6 cells experiment were divided into a control group ( RPMI-1640 medi-
um) , a low-dose group (nimesulide 200 wmol/L medium) , and a high-dose group (nimesulide 400 pwmol/L medium). Immunocy-
tochemistry was used to detect the expression level of COX-2 protein in each group, MTT assay was used to detect the cell proliferation
Results The expression levels of COX-2 in both low-

At 48 and 72 hours, the proliferation ability of HSC-

ability of each group, and flow cytometry was used to detect cell apoptosis.
dose and high-dose groups was lower than that in the control group (P<0.05).

T6 cells was in an order of the high-dose group<the low-dose group<the control group (P<0.05). The apoptosis rate of HSC-T6 cells

in the high-dose and low-dose groups was higher than that in the control group ( P<0.05). Conclusion Nimesulide has inhibitory

effects on proliferation and induces apoptosis in rat HSC-T6 cells.

[ KEY WORDS ] COX-2; nimesulide; cell proliferation; cell apoptosis; HSC-T6
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1.1 EEHH

HSC-T6 4 fitk (W e K F 23 £ 5 R &
#) ;B #E4F (£ [E Sigma /2 7 ) ; RPMI-1640 # %
H(£E Gibco A7) ; ZWHTH( LELHNT
ARNF ) 510% /N4 o 7 (A M 2 F & 4 TAEA
KA R A ) 5 Annexin V-APC/7-AAD 41 J, 8 1= 4
MR A & (EE BD AH),

1.2 “ApmiEFERS A

HSC-T6 % i # F 10% /) 4 in ¥ 4 RPMI-
1640 ¥ 3= 3 | F 37 CHARE 4 5% CO, thig
AR,

MR A6 By B F 7, ¥ HSC-T6 %0 J 52 5 4 K
xt B8 41 (RPMI-1640 3 5% K ) 1K 7| & 41 (& % 47 Al
200 pmol/L ¥ = 3K ) Ao & 7l & 4 (R % 4 Fl
400 wmol/L ¥ 33k ) .

1.3 SREHENFEKRN COX-2 FikKFE

B4 F ot % £ K BB HSC-6 4 M UL 4 x
10° M/mL S EEM T 6 LR NI A L Bk
48 h, ZiMEJ€ F % PBS % 3 k5,30 CH B EH %
15 min;0. 1% Triton X-100 3% ft. 10 min;10% Wl 3 i
ET 30 CH M 30 min, M JE, LI A AN &I
COX-2 —4(1 :200) , FA M4 2+ & 41 1] LA PBS X 4 —
4 CHELE, A, WMANEHFEFITHN 4R
(1:500,30 C,1 h) fest B fn R-T A 4B &
A47(30 °C,30 min) ,DAB % & 1 min 2 b, K
ZIRAK FEWEHE, COX-2 RS 2T,
2REaY TR 10 AEEE (41000 A
M/ ALEF) AP e M At B,

1.4 MTT %4 48 A 158 AE

H HSC-T6 41 8 PL 5x10° A/ FLE A T 96 FLAR

B 4L AN 200 pl 4 10% fé 4 fn 7% B RPMI-1640

B ,37 C 5% CO, &M TF#H#x2~3h, K=
4 5 F ' 4 4B m N 100 L 4 200 wmol/L Fr
400 pmol/L &, 5 &7 FI| By 35 F5 7, 3t B 4 Am N % B 3
FW,EAKRINE, AU4FEHR24 48720 )5,
# b ,PBS ¥4, 3L w100 pL PBS #1120 plL
5g/LMTT i, 2k 5355 4 ~6 h, A LR E MW
AN150 pL — # 2 A, 4k % 10 min, A B A7 (L T
490 nm 3% K 40 M € K % (optical density,OD) 18,
1.5 AR N MHATIER

¥ HSC-T6 47 s & T 37 °C 5% CO, HH#4+,
K A 10% fb F g B9 RPMI-1640 35 55 3 3% %
48h, 20.2% BB HMEBEREHME,H 4 CH
A PBS W2 K, ImAN250 pl & A Z W R EE A
ML E 1x10° A/mL, B 100 pl 48 f 2k
N RN E, KK m N5 L Annexin V-FITC #¢
10 wL 20 pg/mL PI % 3,30 °C # X % & 15 min,
& Ja Fl 400 wl PBS & & 40 ff, & 400 H i ] 1L
g 7 W R o LB S I o e O &
iE ModFit LT %34T 247 .
1.6 HFit=z4biE

% | SPSS16.0 %t 3 oA H 48, IHE R A
BREA T 200, B R BERXA FF K,
P<0.05 =R EAGITFENL,

2 4 B
2.1 &4 COX-2 FixkKFELLE
X BEZH HSC-T6 2 ffd A Jo PN A7 AE R i A s £

L T Al 9 A A B e Ok /> (& 1), COX-2 FH
PR IR A ARFIERZH (40. 13% +4. 40% ) Fl i 7 4
(30.36% +5.81% ) ¥ T Xf B4 (70.13% =
2.40% ) (P<0.05; 1),

RREA BHEH

1 #&%H HSC-T6 B COX-2 ik 1E 5 LB (SP,200%)
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2.2 #&%H HSC-T6 HBmILTEAE 11 EL i

X RRZH HSC-T6 4 L3 58 fig g Bifi e 1] (%) 92 4 2
FPEE o # (P<0.05), f£ 48.72 h A}, HSC-T6
S 60 1% 154 5 R 7 Ry e A A < I R A < X R A
(P<0.05;% 1),
2.3 &4 HSC-T6 MMAAT- LI

HSC-T6 4 My #4 12 %, Ik & 41 (25.2% =
7.7% ) FIEEFI R 2H (65. 9% +2. 9% ) ¥ 18 T XF B 21
(10.2% +1.3% ) (P<0.05;& 2) .

%1 &% HSC-T6 HfaA[E Rt EIE3E OD,,, EILE

i [ Xt HR 2 i) e 2 feiilbsedl
0h 0.369+0.015 0.4000. 025 0.389+0.022
24h  0.602+0.051°  0.526+0.003° 0.725+0. 045"
48 h 1.201+0. 103"  1.109+0.218 0.475+0. 087

0.969+0.055"!  0.227x0.051 "

a9 P<0.05, 5410 h b P<0.05, 57424 h 1k
B30 P<0.05, 5 [M4148 h HLEE;d 2 P<0. 05, 50 L[] f ] L
Bese H P<0.05, 5 RA AL ] oL

72 h 1.928+0. 142
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2 HERAREARENEZE HSC-T6 MAATIER
A B.C 2B g R RS2 | 7o ) e U d i s A B (S A I 0 5 e L 28 2 B (B) b i M s e v s A I B 2 i
A IR (B2 WU T AN RIRFE AN ; 70 F SRR (B3 ) BRI S G A ; 45 T 2B B4) I 3 RUbIJE T4

3 3 i

Je L EFFIAE h—Fh e PEtE COX-2 P4l 7 Ak
S RPTR 2, O B 52 BLAT B g AT 1 i 0
AR R AN T AT R B, B 3
ETFIfE R HSC-T6 4l COX-2 (1 FH I ik
R (P<0.05) , [7] B 490 5] 290 fif 384 50 5 A1 28 40 08 1~
(P<0.05) , 3% — &5 5y 1] B Hpo 25 4 AL AR PLI
PR TR SR AN TR A A A T R G
JeFEEF R EA UL A A VE ™ B B PLE ¥
RBAHG, AHIFSE A K SF-UE S Je 36 &F A FT i i
VAT HSC-T6 41 i Ay 384 5% 5 8 T~ A& 45 BT £ 4k fk
YEH,
COX-2 VEATTHI MR 2 A 0 O B il , LA™
Yife HSC Dyge s b A 2R, Whoe i, BT
WE M2 [ 0 40 43 908 14 79 R 2 F2 ( prostaglandin
E2,PGE2) Al 35 HSC il E BYATHI IR R Z 1k
4 (prostaglandin E Receptor 4, EP4) 454 fi£ # HSC
I, 2 I 084 3 LT T B A AR R LB AR
¥ JE S AT R I COX-2 ik, $is HonT fEsm
i 4 COX-2/PGE2/EP4 {5 5 il il HSC 7% 1k,
IAh SR 21 B, UTER COX-2 Al HSC-T6
YA 3% AR, HL %A R Bk P53 {5 5 A i 5

Pifithrin-o 3555 , 6B COX-2 T B ¢ P53 3 %
P HSC ¥47H . BARASHIE 58 oK B4R T P53 3 i 1Y
YER BN JE SeF e 4t T 2y )

FE A0 M TR 45 5 T, A S5 e R JE 36 A7 A T
RS HSC-T6 4L 123 (P<0.05) , #F5E%
B, COX-2 R /= ¥ 2-46 2F DU 475 5% H I ( 2-arachi-
donoylglycerol ,2-AG ) BEZEFE LA T HSC JAT-'", 1M
JEFEEFRIVE R COX-2 I, T G838 o 9 > 2-AG
B AR AR E HSC AT, X — i 5 il i Kl 2-AG
KA AL — AL B AIE . COX-2 fEIE# 4 4ih £k
IKSFARAR , L7 JF 2 4 Ak o B b g 3% 8 50
ARWFFEIE S, 1 COX-2 7] 38 i X F AL Hil—Ep
Tl HSC-Te 4 i 34 7 A1 ik L8 T-—— & # 41
LR AE X N T 25 4k 46 136 97 SR 45 T8 Y
B,

ZE LT R, AR I s T 95 EF R 8 L S
COX-2 ka4 HSC-T6 40 M3 7t 5 - A9 VE H ,
KR COX-2 fi2 1 I 2 4 AL 1 43 —F BIL 48 435 T 5K
A, AR T — PR R OJE L& FE A
W P53 553 Bl HSC #4584 ; @ H X COX-2
AR Y (I PGE2 (2-AG) BY B JE = HLH
XSETFFOR AT BT IF % DL COX-2 M 5 i BT T &7
AEAL B AR (F#% 1100 )
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