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Effects of antisense TIMP1 gene on extracellular matrix metabolism in Ito cells in vitro
ZENG Zhongg HAN Ben-1i (Institute of Hepatobiliary Surgery, Southwest Hospital, Third Military Medical Universily, Chongging 400038, China)

Abstract: Objective To investigate the possible role of antisense TIMP1 gene on expression of MMP and the extracellular matrix metabolism of
Tto cells. Methods A mat tissue inhibitor of metallopwoteinase-1 (TIMP1) ¢DNA (750 bp) was inserted revemsely into the mammalian expression
vector pCl-neo. The recombinant antisense TIMP1 gene mammalian expression vector pCIATIMP1 was transfected into rat lto cells line CFSC-2G with
a liposome-mediated technique. By using RT-PCR, ISH and immunchistochemistry; the expression of TIMP1 mRNA and protein, MMP1 mRNA and
pwotein, al (IID mRNA and FN protein were determined. The concentrations of PCI, PCIIL HA and IN in the Tto cells culture media were deter-
mined with RIA. Results Antisense TIMP1 gene were markedly suppressed the expression of endogenous TIMP1 mRNA and pmwtein in the trans-
fected Tto cells (P<Z0. 01). The expression of MMP1 mRNA and protein o 1C [[DmRNA and FN protein were not significantly different in the trans-
fected Tto cells. The levels of PC, PCIIF HA and LN were decreased significantly in the transfected Ito cells culture media ( P 0. 01). Conclu-
sion The antisense TIMP1 gene can be successfully used to inhibit Tto cell endogenous TIMPl mRNA and protein  have no effect on the expression
of MMP], and enhance the degradation of extracellular matix.
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1: PCR Marker(PBR322); 2: Serse TIMP1 RNA of CFSC-2G cells; 3:
Antisense TIMP1 RNA of CFSC-2GAT cells; 4 Sense TIMP1 RNA of CF-

SC-2GAT cells; 5. Antisense TIMP1 RNA of CFSC-2G cells
1 RNA RT-PCR TIMP; RNA
Fig 1 Amplification of TIMP1 gene in Ito cells with RT- PCR

?71994-2016 China Academic Journal Electronic Publishing House. All rights reserved.

(SPX 100

2 CFSC2G TIMP,
Fig2 Expression of TIMP1 protein in CFSC-2G cells (S-PX 100)

1 TIMP; Ito TIMP; mRNA (x*s)
Tab 1 Effects of antisense TIMP1 gene on TIMP1 mRNA expression
in Ito cells(x =)

Group TMP; mRNA
(FSC-2GAT 0. 51+0.074
CFSC2G 0.92£0.05

A, P<0.01 vs CBSC-2G
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Tab 2 Effects of antisense TIMP1 gene on TIMP1 protein expression
in Ito cells(X10™ % x +s)

Group TMP, protein
(FSC-2GAT 10209 2 4455
CFSC2G 331084 089

A, P<0. 01 vs CISC-2G
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Fig3 Expression of « 1([[D mRNA in CFSC2G and
CFSC2GAT cells (ISHX 200)
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Tab 4 Effects of antisense TIMP1 gene on MMP1 mRNA and protein
inIto cells (< 10 % X +5)

Graup MMP; mRNA MMP; protén
CFSC-2GAT 23 641420805 20 429430175
CFSC-26 24 18941963 19 78242789

A, P> Q05 vs CFSC-2G
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Graip a; ( [ID mRNA N protein ’ EM ’
CFSC-2GAT 53 133+5820 33 02+6711 ECM .
CIFSC-25 53 149529 32 706+6 790
£ P>0.05 vs CFC-2G TIMP1,
L} T]N[PI ’ MMPs
2.4 B TIMP; B e A ampe | MMP; mRNA F-3°3 ECM [5~9
FoB € & MY B ’ S
’ TIMP, TIMP, y MMPs y
MMP;mRNA MMPs ECM ,
(P> 005, 56 4. ECM. o
TIM P, s
TIMP: o ,
PCI. PC
[ILHA.IN
, PCT .
PCIILLHA. IN .
o C(IID mRNA
FN s TIMP,
5 MMP, mRNA , HCM
(ISHX 100) TIMP, .
Fig5 Expression of MMP1 mRNA in CFSC—2GAT and CFSC2G TIMP;
cells  (ISHX 100) ’
MMP, s TIMP,
MMPs ,
ECM s ECM .
, TIMP,
TIMP: s ECM

[1] Gressner A M. Transdifferentiation of hepatic stellate celk (lto cells) to
myofibroblasts: a key event in hepatic fibrogensis| J]. Kidney Int Suppl,

19%. 54(3): S39.
(CFSC-2G) (S-PX 00) [2] Li D Friedman S L. Liver fibrogenesis and the wle of hepatic sellate
Fig 6 Expression of MMP1 protein in CFSC— 2GAT and CFSC-2G cells: New imsights and prospects for therapy[ J] . J. Gastroentero and Hep-

cells  (S-PX 2000 ato 1999, 14(5): 618— 633.

21994-2016 China Academic Journal Electronic Publishingd J18tr&Een f Jrered s Hieer o rvimestis st el ard s



24 6 Vol. 24 No. 6

712 2002 6 ACTA ACADEMIAE MEDICINAE MILITARIS TERTIAE Jun. 2002

sue inhibiors of metalloproteinaseq J] . Histol Hisopathol, 2000, 15(4); Digestion, 1998 59(4). 372— 375.

1159—1 168. [7] Albanis E Friedman S L. Hepatic fibrosis. Pathogenesis and principles of
[4] s s . therapy| J] . Clin. Liver Dis, 2001, 5(2): 315— 334.

[M]. : ,» 1994 406— 409. [ 8 Yoshiji H, Kuriyama S, Miyamoto Y, ef al. Tissue ihibitor of metallopro-
[5] ArnthurM J, Iredle JP, Mann D A. Tissue inhibitors of metalloproteinases: teinases 1 promotes liver fibrosis development in a transgenic mouse model

wk in liver fibrosis and alcoholic liver diease[ J] . Alcohol Clin Exp Res [ J] . Hepatology, 2000 32(6): 1 248— 1 254.

1999, 23(2): ¥0—943. (¥ REEE)

[6] Ramadori G, Knittel T, Sail B. Fibrosis and altered matrix synthesis J] .

E G5 1000-5404(2002)06-0712-02

Fastened sectional obturators and denture for dentition and maxillary defects

EEK R F,HAEE ( , 400038)
L, 1.4 BC&FRAEREA
. ( ),
. 1996 , .
4 ’ ’ b b b
1 . :
1.5 4o Uk %4E
1.1 EA &40 K B ,
(2 , . 1.

’ ’ ’

1.2 #MEPE X LG ER

s B ’

1.3 EBFEM P H e

XX, ,58 ,

1963—), . s , ’ ’ ’ ’
, 5 . : (023)68754439

5 2001-10-27; :2001- 1229 0 (F2757)



