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[Abstract] Objective To observe the CpG island methylation status, mRNA and protein expression of the
Wt inhibitory factor-1 (Wif-1) gene with procaine or 5'-Aza-2'-deoxycycytidine (5-aza-dc) on HepG,. And to
explore the comparison of the demethylation with 5-aza-dc or procaine. Methods HepG. cells were treated with 5-
aza-dc or procaine. Wif-1 mRNA expression was detected by reverse transcription-polymerase chain reaction (RT-
PCR). Wif-1 protein expression was detected by Western blot. The promoter methylation status of Wi f-1 gene on
treatment or not were detected by methylation-specific PCR (MSP). Results (@ RT-PCR and Western blot
exhibited that both Wi f-1 mRNA and Wif-1 protein expression were positive in groups treated with procaine and 5-
aza-dc and highly positive in the L, cells group, but weakly even negative in the HepG, cells without any treatment,
the difference were statistically significant (P<C0. 05) (procaine experimental group was higher than that of 5-aza-dc
experimental group, P<C0. 05). @ The positive rates of the promoter hypermethylated in procaine and 5-aza-dc
groups were (14,41+3.37) % and (29.29=+1.84) %. Both of the two groups showed a part of the de-methylation
status (P<Z0.05). Conclusion Both of procaine and 5-aza-dc can reverse the abnormal methylation of Wi f-1 gene.
Procaine can be more effective than conventional used 5-aza-dc and could be a new demethylation drug.
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Fig 1 The leveles of Wif-1 mRNA in each group evaluated with reverse transcription polymerase chain reaction

protein in each group evaluated with Western blot
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Fig 2 The levels of Wif-1

Fig 3 Representative results showing promoter methylation amplified by MSP of Wif-1

P: Procaine intervention in HepGs; cell line; A: 5-aza-dc intervention in HepGy cell line; L: L, cell line; H: HepG; cell line; Water; Water

blanks; M: Methylated sequences; U: Unmethylated sequences; P;: Unmethylated lymphocyte DNA as unmethylation positive control; P,

Lymphocyte DNA methylated in vitro by excessive CpG (Sss [ ) as methylation positive control



30 PO R 2 2 i (BE 22 D

1%

2.2 Western blot ¥l Wif-1 & B Ri&KFE
Western blot 453 i 7R 76 A X 4 F i 7 32000
Ab R R SR R S AR A R B, Wil A
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2.3 MSPE®EMWif-1 EEBHFRELRS
DL 33K 2, W RS H R 5-aza-de LI

ZH AT A I W -1 B AR kAl (VD R Wi f-1
AL A (U, L A4 By 3 Wif-1 JEH
AL SN . HepG, 2HMIR Wif-1 JE N5 8+ H 5
AL1E 5-aza-de I & RAABFES THae HAH
FALL, 34 R th Wi f-1 W3 AR 2% 17 9 55 (P 3 <
0.05) , Wi f-1 4k B Ak 454 3 58 (P #4 <C0.05),
5-aza-dc((29. 29 + 1.84) %7 K ¥ & & N &b ¥ )5
C(14. 41£3.3D Yo WM ek R 5 R4 259+
i 4 HepG, 4 8 (98, 82+1. 02) UL 2 F A

F1 #4H Wif-1l mRNA MEBEAWNBEANRESE(REE LLE (xks,n=3)

Table 1 Comparison of Wif-1 mRNA and protein expression in each group (gray value) (x£s,n=3)

P group A group L group H group
mRNA 0.1789+0.0320* % 0.1159+0.0201* 0.2260+0.0223 0.0645+0.0112
Protein 1.67104£0.1712% % 1.173840. 2325 * 1.9300+0. 1220 0.0531+0.1323

P, A. L, H: Denote the same as those in Fig 1. * P<C0.05, vs. L and H group; # P<(0.05, vs. A group

F2 BAWIS-1 BEUSERRLHRIE (xLs,n=50)
Table 2 Comparison of Wif-1 methylation and unmethylation

expression in each group (gray value) (x%s,n=50)

A group
M 0.084140. 02014
U  0.196240.00314-*

P group H group
0.0402+0.00324 1.217540. 0011

0.2469+0.00174 0.01454-0. 0025

/N P<C0.05, vs. H group; % P<C0.05, vs. P group. M.
Methylation; U: Unmethylation; A, P, H:. Denote the same as
those in Fig 1
%i+%%X(Ps—m—dc:O- 001 9P%§ rp = 0. 00),
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