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[ Abstract] Objective To screen and clone the down-regulated genes transac-
tivated by transforming growth factor 8, (TGF-B,), further to elucidate the molecular
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biological mechanisms of hepatic fibrosis mediated by TGF-B,. Methods mRNA
were isolated from hepatic stellate cells (HSCs) treated with TGF-B, or PBS, respec-
tively ( experimental and control groups ). Suppression subtractive hybridization
(SSH) technique was employed to analyze the differentially expressed DNA sequences
between the two groups. After restriction enzyme Rsa | digestion, small sizes ¢cDNAs
were obtained. Then control ¢cDNA was divided into two groups and ligated to the spe-
cific Adaptor 1 and Adaptor 2, respectively. After experimental cDNA was hybridized
with control ¢cDNA and underwent subtractive PCR twice, respectively, and then sub-
cloned into pGEM-Teasy plasmid vectors to construct the subtractive library. Amplifi-
cation of the library was carried out with E. coli strain DHSo. The ¢DNA was se-
quenced and analyzed in GenBank by Blast search. Results The subtractive ¢cDNA
library of differentially expressed genes in HSCs treated with TGF-B, was constructed
successfully. The amplified library contained 98 positive clones, which were identified
as 200-1000 bp inserts by PCR. Thirty-five clones were analyzed by sequencing and
bioinformatic analysis, there were 19 known genes and 2 unknown genes. Conclusions
The subtractive ¢cDNA library of differentially expressed genes in HSCs treated with
TGF-B, by SSH technique was constructed successfully, which provide new insights in-
to the study on mechanisms of liver fibrosis.
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HSCs & RNA , £ B EHE R s v Uk S 525N e BE T o0 | A 7 e 1 e 2 0T
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FEY) R SR R A R PR AR A Al SR T A2 RS . R iR AR A T A BR
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JF4A AL . Koistinen 45" BIFT 240 i A0 KE 0 8020 76 155 P S B 98 2% A0 BIL A v A 42
I WS FF 22 20 S 6 AR T M. ABFSE kKB TCF-B, BT 2R 40 5
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2. ERAE RS T R0 A2 B SRR A5 114 ANTEISE A Wy
HAZEYTPRIR R E AR, AR TE 14 D% (AKR1-AKR14) , AKRI 2 #%
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3. HURMRS 2 AR 1 32 HUR IR 2K 32K (TRs) 2 B A 1 1 5
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P A% P . Twahashi 25" 7 FH %R I 2% 58 45 AR T2 L cDNA S o 7 1
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T HAR MR R B 01, A i B 4l 238 I — A s R 7, ZE R 15 A
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Ying & A HE T —A> TR-B FEHE S PV 2878 /N, 24 FUIR IR K 2 TRk 5
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[R5 AR M T, A BAE AR Ca® " OTEAE . 4 HEXT R ATPL 55— B
FHH LN Pkelp-MAP B H 2% Jo /4 BRO1 (5 AR, ATP1 388 1) o B 258
]P0 A 3 R T 2 T S A AR TS . A BFSE TGF-B, T8 ALG-2
LR Ak o HL R AT BE -S4 B AR T 6

5. KA L N 3 (gas 3) AR K AR R L IR T2 AE M FLSh IR IR &
Hi AR RIS, S A K I B A e R A R T e . ARSI R PE gas 3
TR, AT AE R R IT B R0 A A SRR 2 —

AT AR, TCF-B, FE43 T /KR4 41 4E A0 1r) e A= 95 S BB 22 I HIL
O A T VR R AT RE T T AN AR (0 7 R ) A R TR R R IR A R R S
TR RITE SR T 4EAL A 58 SR FRATTR L T 20 LA, (A5 G I AR ABISY

2 % X #
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