DOT :10. 160167j. 1000 5404. 2000. 11. Q07

22 11 Vol. 22 No. 11
2000 11 ACTA ACADEMIAE MEDICINAE MILITARS TERTIAE Nov. 2000 1033
B 45, 1000-5404 (20000 11-1033-03
AL E kL xh s 2 ; 400038)
: B 5- pl6 . ik
SMMC-7221.HePG, 5 . RT-PCR
mRVA . R 5 mRNA . g
5- pl6 s pl6
; plo 5 3 5
. R394.2; R735.702 . A

Over-expression of p16 gene induced by 5-Aza-cdR in hepatocellular carcino-

ma cell lines

LIU Li-hua, XIAO Wen-hua, LIU Wei-wen (Department of Oncology, Southwest Hospital, Third Military Medical Univesity, Chongging

400038 China)

Abstract. Objective To study the effect and mechanism of 5-Aza-cdR on p16 expression in hepa-
tocellular carcinoma cell lines. Methods The expressions of pl6 mRNA and protein in hepatocellular
carcinoma cell SMMC-7721 and HePG2 before and after the treament of 5-Aza-cdR were analyzed with
reverse transcriplase polymerase chain reaction (RT-PCR) and immunohistochemical methods. Results
The expressions of pl6 mRNA and protein after 5-Aza-cdR treaiment were increased distinctively. Con-

clusion
demethylation restoring pl6 expression.

5-Aza-cdR can elevate the transcription and translation levels of pl6 gene probably by its
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SMMC-7721. HePG,

, 10% , 100 Uml , 100 U/ml
RPMI- 1640 , 37 G , 5%C0
1.2 5BLAZRAHFLE
3X 10/ ,24h ., 5<10 'moV/L
5 (Sigma ) ,24h ,
, 9d Tripure (Bochringer Mannhein
) RVNA.
1.3 RT-PCR

RT-PCR (Acces RT-PCR system, Promega Do

. PAG ) PL 5-AGCCTTICGGCTGACIGGCTGG3, P2;
5-CTGCCCATCATCATGACCTGGA -3 5 428 bp.

25 L dNTP 0.2 mmol/ I, 1 mmol/ L,

MeS04 1 mnol/ I, AMV 0.1 U/ml, TFIDNA 0.1 Uml,

10¢ 2,54, RNA 100 ng; 94 °C, 2 min—>



1034

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

2 5

HePG,; p16

(SABCX 2000
Fig 2 Expression of pl6 protein in HePG; cell line after treated with 5- Aze odR

(SABCX 200)

A: Untreated; B: Treated

b

. p16

. 5 - CpG

http://www.cnki.net

22
94 C30s 0 G558 C0s40cydes>68 G Tmin. 3041 . pl6 ,
2% ) Leica MD20
1.4 SRag g e . 5 ; 124 :
SMMC-7721. HePG,  1X10° / oDy xs
6 \ 10 mm>X 10 mm 24 L5 gutF i
h , , , 4% 30 t
min (PBS) 3, 3 min 3%
10 min, . 1:'10 2
30 min, pl6 ( ) (
. N ) }b :f: ﬁ < >, R £ %/ 4
%37 C 1k 1°100 G Lo 21 SBLAZ RUEF A plo mRNA R4 89 %R
100 SABC ¢ ) I hDAB 10 min SMMC7721 - HePG, > p16
mRNA , 1.
M U T
1543 by vl 1547 byivr
994 by L2 G994 hpt
695 bp n0os hp‘—' . X 2
515 bp— R L - < UGAPDH 598 bp SIS by '_h": Ll_::; T’m bp
‘T? llp N - * |i|f\ 428 |'l|) 1‘:!‘} bp_a 3 = Ly
237 bp 237 bp—
1 5 SMMC-7721 HePG; pl16 mRNA
Fig 1 Alteration of pl6 mRNA expression in SMMC-7721 and HeP G; cell line after treatment with 5- Azc-cdR
M: PCR Maiker; U: Untreated; T: Treated; A: SMMC-7721; B: HePG,
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