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[ Abstract] Background and purpose: KRTI9 gene located at 17q21.2, encodes the protein cytokeratin
(CK) 19. It is reported that the methylation of KRT79 gene promoter exists in renal cancer and neuroblastoma, but no
relevant reports in esophageal cancer. The study investigated the effects of methyltransferase inhibitor 5-Aza-CdR on
the growth activity of esophageal carcinoma cell line (Eca9706), and the influence of 5-Aza-CdR on the methylation
and expression of KRT79 gene in Eca9706 cell line. Methods: MTT assay was used to explore the growth activity
of Eca9706 cell line before and after treating with 5-Aza-CdR. Combined bisulfite restriction analysis was employed
to analyze the methylation status of KR779 gene. Western blot was utilized to detect the KRT19 protein expression of
5-Aza-CdR group and untreated control group. Results: The proliferation of Eca9706 cell was inhibited by 5-Aza-
CdR, showing time-dependence and concentration-dependence. The promoter of KR719 gene existed methylation in
Eca9707 cell line. The KRT19 protein was not expressed in the untreated control group and 5-Aza-CdR could restore
its expression. Conclusion: 5-Aza-CdR inhibits proliferation of Eca9706 cell. 5-Aza-CdR can reverse methyaltion
of KRT19 gene promoter and restore its expression, so the methylation of KRT79 gene promoter may be an important
mechanism in its loss of expression. It provides a new target for treatment of esophageal cancer.

[Key words] Esophageal cancer; Eca9706 cell line; KRTI9 gene; Combined bisulfite restriction
analysis; Methylation
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RENEIHEPCR MRS ERIXE K
Fig. 1 PCR gel electrophoresis of KRT19 gene after

bisulfite conversion
1: Marker; 2: Control; 3: 0.5 umol/L 5-Aza-CdR; 4: 5 umol/L
5-Aza-CdR; 5: 20 pmol/L 5-Aza-CdR.
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Fig.2 COBRA gel electrophoresis of KRT19 gene after
digested by BstU |
1: Marker; 2: Control; 3-6: The results after digested by BsfU | ;

3: 0.5 umol/L 5-Aza-CdR; 4: 5 umol/L 5-Aza-CdR; 5: 20 pmol/L
5-Aza-CdR.
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Fig. 3 The expression of KRT19 protein in Eca9706 cells
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Tab.1 The inhibiting rate of different concentrations of 5-Aza-CdR on the growth of Eca9706 cells
5-Aza-CdR /umol-L"  Inhibiting rate at 24 h/% Inhibiting rate at 48 h/% Inhibiting rate of 72 h/% Kruskal Wallis Test
0 (control) 0 0 0
0.5 7.52+14.28 23.75+12.30%" 30.52+13.80%" H=12.577 P<0.05
5 21.45422.73° 39.98+13.314™ 55.53+12.384* H=17.377 P<0.05
25 35.85+9.34"" 53.49+10.12%™ 64.04+5.894 %™ H=21.744 P<0.05
50 45.83+12.63" 61.49+5.06%™"¢ 73.69+£6.964 ¢4 H=19.149 P<0.05
H=51.504 H=61.384 H=63.609
K js T
ruskal Wallis Test P<0.05 P<0.05 P<0.05

Kruskal Wallis Test the same time after 5-Aza-CdR treatment; ": P<0.005 vs control group; “: P<0.005 vs 0.5 pmol/L group; ©: P<0.005 vs
5 pmol/L group; “: P<0.005 vs 25 umol/L group (Test level o’=0. 05/10=0. 005). The same concentration for different time after 5-Aza-CdR treat-
ment, “: P<0.0167 vs 24 h group; ~: P<0.0167 vs 48 h group (Test level a’=0.05/3=0.0167).
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