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CTGF #) 4 k% 3t B 40 £ 3 ¥ hn(P<0.05); sk & A R Bl % &89 PRB %77 &, COL-IV, CTGF mRNA Fe%& & 8§ K -F- 4% LPS
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Effects of Probucol on Mesangial Cell Proliferation and Extracellular Matrix Production in Rat Induced
by Lipopolysaccharides

FENG Xinl, LI Yaoz, WANG Xueying3(1.Deaprtment of Urinary, the First Affiliated Hospital of Liaoning Medical
University, Jinzhou 121000, China; 2.Department of Physiology, Liaoning Medical University, Jinzhou 121000, China; 3.The
Jinzhou Central Hospital, Jinzhou 121000, China)

ABSTRACT: OBJECTIVE To study lipopolysaccharides(LPS) induced mesangial cell proliferation and secretion of
extracellular matrix, and the protective effect of probucol(PRB). METHODS After synchronization, cells were divided into:
control group; LPS group(LPS: 10 pg'mL™"); PRB+LPS treatment group(PRB: 10, 20, 50 pmol-L™"). Continued to train 24, 48,
72 h. The proliferation of mesangial cells were detected by MTT. College-IV(COL-IV), connective tissue growth factor(CTGF)
mRNA expression were detected by RT-PCR. COL-IV, CTGF protein expression were detected by Western blot assay.
RESULTS  After treatment 24, 48, 72 h, cell proliferation of LPS group compared with control group increased
significantly(P<0.05); compared with LPS group, PRB+LPS groups cell proliferation were significantly inhibited(P<0.05), and
were time-dose- dependent effect(r=0.932, P<0.05). After cultivated 48 h, COL-IV, CTGF secretion of LPS group increased
significantly(P<0.05); pretreatment with different doses of PRB, COL-IV, CTGF mRNA and protein levels compared with LPS
group were lower(P<0.05). CONCLUSION LPS can increase mesangial cell proliferation and the release of cytokines, to
promote the synthesis of extracellular matrix, involved in the occurrence of renal toxicity lipid. PRB may be attributed to the
expression of these cell growth factors and play a role in kidney protection.
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K BV /N TR R B A R (L 1R R A ) o IR
B DMEM £5 7235 (32 [H Gibeo A #]); R4 1Lk (bt
MPUZ=TF); MTT. Jii 2 B (lipopolysaccharides,
LPS, %[ Sigma A w]); PRB(EEEI KA H]);
RPN COL-IVZ wfEdifl . b K CTGF £
5 BB (Santa Cruz A 7l ); HRP-Frid HIEdife —
(A2 A Hl); RT-PCR £ (TaKaRa 24 7).
1.2 a5
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(Beekinan 2 #); A (X (Sonies&materials 2
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(Beckinan 23 A]); Multiphor11 % £ T &g H kA (B
4t Pharmacia-LKB /2 #]); Chemilmage 5500 %A%
H 8 A% 0 B4 (32 [H Alphainnotech 2 7).
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1.32 SEIRY4l 4AE DMEM(5 B 5.5 mmol-L™)
B IR P 97 A W R (70%~80% )R A » B G I
i DMEM R 989, 4k&:4% 9% 24 h, {40 [ 21k
Jaor k. OIEFARA; @LPS 4 (LPS WKEH 10
ng'mL™"); ®PRB+LPS Ab#H41 : fi4E PRB ¥ (10,
20, 50 pmol-L™)/3 K 3 M4, ERFATL T4
BN PRB F 4L 2E 24 hJ5 FEAIIA 10 pg'mL ™" (1 LPS.
1.3.3 MTTIEA MG 3G T 4 et T 96
UM, $% “1.3.27 Wi Nor4l, P59 24, 48, 72h
Sy BTN N A 2 R A UG I MTT(5 gL ™)
20 pL, 37 CH:FRMWIE 4 hJa, Wk MTT #,
KL 5N DMSO 200 pL, K30 R A =
Y 10 min, HMFROOUEE, 75 490 nm %K b i 5%
KA P . 4N M A= = (LPS 41t K515
Y YEBE/LPS U)X 100%, 41 18 A= ] =
140 i 355 A= 26

1.3.4 RT-PCR JEZ£3ill COL-IV, CTGF mRNA [f]
ik HUEFE 48 h G40 L, Trizol VAT HNAN M 2
RNA, Kl 260 nm/280 nm 3 K4k ()% % )& (OD)
AT RNA K, Bl OD260/0D280 & 1.8~2.0 2 |f]
(RRE S 25 T o BEAT 1% 30 TG Bl s FL K, W 5% 288,
18S, 5S4l s FEMSERE, LUK RNA 7 1%
fift. COL-IV L3514 0 : 5°-TGCCACCATCACTC
AATACCA-3’; U5 h: 5-AGGCTGGGTTG
CTTGATCCT-3’; CTGF 375|414 5°-CTAAGAC
TCGTGGGATGGGC -3’; FiiE51¥h: 5°-GTCAA
AGATGTCATTGTCCCC-3" . X JH % )¢ %« ¥}
sybgreen V%, Wik N 4AF K 37 °C 15 min,
85°C 5s. PCR ¥'i: RMNAKFRN 25uL, fE
12.5 uL SYBR®Premix Ex Tag™ II, 1puL 354,
2 uL ¢cDNA F1 8.5 uL dH,O. "1 2 B 414 % ] 5
Wik AR 95 °C 30, 1 i PCR X W:95 C S's,
60 C 30 s, fHFR 40 X, BAMFES R 3 IR, LA B-actin
WS, R e R, 13RI CE N R G
et , FENRIEZETH 2-AAa P TR AL B,
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1.3.5 Western blot A4l COL-IV, CTGF & [1#%&
15 HUEE SR 48 h G 40 i, RIPA 22 i 241 41 g,
4 CE.LOM3 000 rmin”', 5min), B L&MW, BCA
R E RS, RO R B A A AR
SDS-R N BE e vk : RFFLIN 20 pg 25 R
FE i, 8%ZR N It et I b2 B HLUK (80 V, 1 h)s
HL G BN B R 4T 4k I (PR K 60 V, 3 h)o 5%
IS AE ks B4 2 b, 235l in N COL-1V, CTGF $ifk,
FFE A, B oPUARERYE 2he AR ORATH
P15 IR it v 0 €4 . Scinn Corporation 43 M1 A4 EAT
IKEAE R T. SKIER 3 Ik, WHEART
AT HT
1.4 Bb )5k

SEEG R L X £5 Kok, HI SPSS 11.0 Zeil- 4k
PR HT, A AL IR AT 4 IR B BN 38 7 22 00 M. KA
FHIC AR B K FH Pearson AHI< 0 #7, 0=0.05 1E
R ARAE, P<0.05 2 A giit 2 E R X
2 H#HR
2.1 I TEKF

gL, {F 24, 48, 72h, LPS 41404
B e 0ok 21 {5 25 19 N (P<0.05), PRB 5 41 ffd 1) 4 4=
MHZ ST LPS 4, ZRA %47 = L (P<0.05),
PRB 0 4 f A B 2 38 AR SRR, I 550 R
OV (r=0.932, P<0.05). 45K 1.

3 1 PRB & LPS |5k & Ji£ 40 Ho 38 7 20 5 69 % v (n=8)
Tab 1 The effects of probucol on mesangial cell proliferation
(n=8)

41 38 2 30 2/ %
41
24h 48 h 72h
X A 31.6£5.8  46.3+2.1  49.9+1.1
LPS 4 9.0+3.3"  13.3x2.5"  15.9+3.7"
PRB+LPS #41(10 pmol-L™") 9.4+1.6  13.4+13 17.042.3
PRB+LPS #41(20 pmol-L™") 19.4+6.62 21.6+7.8° 23.542.7°
PRB+LPS 41(50 pmol-L™") 24.4+8.17  28.4+3.2%  30.1x1.5?

FE: G4, PP<0.05: 15 LPS 4lAfitk, PP<0.05
Note: Compared with control group, "P<0.05; compared with LPS group,
PP<0.05

2.2 LPSYEMF & M40 COL-IV, CTGF mRNA
[r2 1A

1EH X 4] COL-IV, CTGF mRNA XA /b &
Fik, LPS K777 48 h J5 COL-IV, CTGF mRNA ]
FIE W BT (P<0.05); £ PRB Tiif97 )&, COL-1V,
CTGF mRNA 7KV #; LPS 41 H 8L Fif(P<0.05), {H
P E R A Pty 4R LE 1.
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Fig 1 The mRNA expression of COL-IV, CTGF in mesangial

cell
Compared with control group, "P<0.05; compared with LPS group,

P<0.05

2.3 LPS YEH T &40l COL-IV, CTGF K [13Rik
IEH X 4] COL-IV, CTGF &AM/ aE#k

ik, LPS }9% 48 h Jii COL-IV, CTGF & A1 #£ik

B 55 T (P<0.05), 8 PRB 1497 )i, COL-IV, CTGF

HEKFE LPS 41 H L H (P<0.05). &5 R WK 2

K 3,

e (0
. e
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2 K4 ZB MM COL-IV, CTGF & A kik

1-%f 41 2-LPS 41; 3-PRB+LPS ZH(10 umol-L™"); 4-PRB+LPS 4
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Fig 2 The protein expression of COL-IV, CTGF in mesangial
cell

1—control group; 2-LPS group; 3—PRB+LPS treatment group(PRB: 10
pmol-L™"); 4-PRB+LPS treatment group(PRB: 20 pumol-L™); 5-PRB+LPS
treatment group(PRB: 50 pmol-L™")

0. 9 1 ol
o 0.8} ] u oLPs 41
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Fig 3 The protein expression of COL-IV, CTGF in mesangial
cell

Compared with control group, "P<0.05; compared with LPS group,
2P<0.05
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