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Antagonistic Effect of Yishen Ruanjian San Contained Serum against Aristolochic Acid in Antagonizing Human
Renal Interstitial Fibroblasts FANG Jing CHEN Yi-pu YANG Yan-fang et al Center of Nephropathy Chi-
na-Japan Friendship Hospital Beijing 100029
Objective  To study whether Yishen Ruanjian San contained serum S-YRS could intervene the action of
aristolochic acid AA in antagonizing human renal interstitial fibroblasts hRIFs to induce extracellular matrix
ECM accumulation. Methods AA-Na 40 pg ml  with or without 10% S-YRS was co-cultured with
hRIFs then the hRIFs mRNA of transforming growth factor-B; TGF-B;  connective tissue growth factor
CTGF  plasminogen activator inhibitor-1 PAI-1  tissue inhibitor of metalloproteinase-1 TIMP-1 and type
I collagen Coll in the cultured cells were detected by RT-PCR and their protein expression monitored with
ELISA and Western blot respectively. Results The mRNA and protein expression of all the above-mentioned
factors were significantly up-regulated by AA-Na P<0.05 . Excepting PAI-1 the enhanced mRNA and pro-
tein expression were significantly down-regulated by S-YRS P<0.05 . Conclusion S-YRS could down-reg-
ulate the hRIF to promote the expression of ECM synthesis factors and inhibit the ECM degradation factors in
hRIFs so as to antagonize the AA stimulated accumulation of ECM such as Col 1.

Key words Yishen Ruanjian San aristolochic acid fibroblast cell culture

aristolochic acid AA nephropathy AAN
—_— aristolochic acid AA
excel-
No. 30170429 lular matrix ECM ECM

No. 2000-]-P-64
2001ZDZX04

100029 AA
Tel 010 — 64221122 2266 Email Chen yipu@

medmail. com. cn



2004 9 24 9 CJITWM September 2004 Vol. 24 No.9

- 812 -
1 RPMI 1640 GIBCO BRL
AA-Na Sigma
methylthiazoletetrazolium MTT
Amresco -B; transforming
growth factor-B; TGF-§ ELISA
Promega -1 plasmino-

gen activator inhibitor-1 PAI-1 ELISA

-1 tissue inhibitor of metalloproteinase-1 TIMP-1

ELISA Quantikine 1
type | Collagen Col [ ELISA
Chondrex connective
tissue growth factor CTGF Torrey
Pines Biolabs Inc RNA
M-
MLV Promega
Sigma Taq DNA
pGEM-7Zf + DNA Hae [l RNasin
1
1 PCR
bp
B-actin 5 -ATCATGTTTGAGACCTTCAACACC-3’ 552
5 -CATGGTGGTGCCGCCAGACAG-3’
Col I 5" TCCAAAGG AGAGAGCGGTAA-3’ 693
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Scion Image CTGF CTGF LDH AA-Na40pg ml  10%
GAPDH hRIFs 48h 6
3 + AA-Na
one LDH % 14.50 £2.48 13.10 =
way ANOVA SPSS 10.0 0.74 P>0.05 AA-Na
hRIFs
2 AA-Na  hRIFs
1 1 TTs
HPLC n %
T 6 0.180+0.006 10.65+1.93
min 5% 6 0.249+0.022* 11.03+3.42
10% 6 0.359+0.030% 13.17+6.07
HPLC 2 0.5h 1h  1.5h 20% 6 0.324+0.041% 48.13+13.83%
10pg ml AA-Na 6 0.156 £0.003 13.33+1.34
3.09 5.54  4.54pg 20pg ml AA-Na 6 0.169+0.003 9.58+0.89
ml  1h 1h 40pg ml AANa 6 0.199+0.003 12.44+1.76
3.44pg ml 80pg ml AA-Na 6 0.12740.002* 31.1142.23*%
1h * P<0.05
- 30C 1 3 AA-Na hRIFs
-80TC 6 HPLC 1 2 3 4
5.54pg ml 1.98  5.23pg ml 1 2 10%
-80C 3 4 AA-Na 40pg ml
2 AA-Na  hRIFs hRIFs  TGF-3; CTGF PAI-1 TIMP-1 Col [
2 mRNA P<0.05 23 34
<10% hRIFs 4 AA-Na hRIFs
P<0.05 20 % 4 10%
hRIFs P<0.05 AA-Na40pg ml 5 10%
10% AA-Na 10 20  40pg ml AA-Na 40pg ml 10%
hRIFs P>0.05 AA-Na 40pg ml hRIFs  TGF-8; CT-
P>0.05 80pg ml AA-Na hRIFs  GF TIMP-1  Col I mRNA rP<
P<0.05 AA-Na 0.05 AA-Na 40pg ml PAI-1 mRNA
40pg ml P>0.05 23 34
3 AA-Na hRIFs Tts
n Col I CTGF TGF-B, PAI-1 TIMP-1
1 3 0.381+0.087 0.251+0.038 0.434+0.082 0.606 +0.090 0.449 +0.061
2 3 0.603+0.061* 0.348+0.053* 0.670+0.078* 0.841+0.111* 0.741+0.136*
3 3 0.526+0.089% 0.240+0.050° 0.467+0.063° 0.687+0.098~ 0.595%0.080>
4 3 0.729+0.150 0.396+0.037 0.647+0.121 0.870+0.093 0.804 +0.121
5 3 0.531+0.050 0.312+0.028> 0.468 £0.053% 0.873+0.102 0.503+£0.050°
1 *P<0.05 4 A2P<0.05
4 AA-Na hRIFs TLs
, Col I TGF-B, PAI-1 TIMP-1
! pg L ng L rg L pg L
1 6 88.9+11.2 70.49+6.22 87.6+9.7 74.2+7.8
2 6 143.6+25.0% 165.68+38.63% 125.7+14.5% 124.3+31.2%
3 6 102.2+9.14 208.92 £47.944 94.6+11.94 87.9+20.34
4 6 151.6+17.5 372.37+72.53 123.6+12.9 136.8+24.3
5 6 120.6+12.24 268.52+65.64° 128.2+14.0 98.0+17.5°

*P<0.05 4

2P<0.05
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