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Effect of CHFR CpG island methylation status on proliferation and apoptosis of
esophageal cancer Ecal(9 cells

ZHU Ying-chao, TIAN Hui, YUE Wei-ming, GAO Cun, QI Lei, SI Li-bo ( Department of Thoracic Surgery, Qilu Hospi-
tal, Shandong University, Ji'nan 250012, Shandong, China )

[ Abstract ] Objective:To study the relationship of CHFR CpG island methylation status on proliferation and apoptosis of
esophageal cancer Ecal09 cells. Methods: Ecal09 cells were treated with different concentrations ( 2, 5, and 10 wmol/L )
of 5-Aza-2’-deoxycytidine ( 5-Aza-CdR ), and untreated Ecal09 cells were used as control. Methylation-specific PCR
( MSP ) analysis was used to evaluate the CpG island methylation status of CHFR gene, and RT-PCR was used to detect the
CHFR mRNA expression in Ecal09 cells. MTT and flow cytometery were used to determine the proliferation and apoptosis of
Ecal09 cells treated with different concentrations of 5-Aza-CdR. Results: CHFR CpG island was hypermethylated in the un-
treated Ecal09 cells, and methylated CHFR CpG was demethylated to different degrees in 5-Aza-CdR treatment groups. No
expression of CHFR mRNA was found in untreated Ecal09 cells, but the relative expression of CHFR mRNA was remarkably
increased in 5-Aza-CdR (2, 5, and 10 pmol /L ) treatment groups ( 0.174 +0.010, 0.221 +0.013, and 0.356 +0.014 ).
Different concentrations of 5-Aza-CdR inhibited the proliferation ([30.87 +0.74 1% ,[ 44.60 £0.79 1% , and [ 56. 67 =
0.35 1% ), and promoted apoptosis of Ecal(09 cells ([7.46£1.46 1% ,[16.27 +1.61 1% , [ 25.29 +2.25 1% vs[ 1.83 +
0.41 1%, P <0.01 ). Conclusion: 5-Aza-CdR can partly demethylate CHFR CpG island in esophageal cancer Ecal09
cells, inducing CHFR mRNA expression, inhibiting proliferation and promoting apoptosis of Ecal09 cells.
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bp Markerd 11 M I 5 L L0
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CHFR [ CpG BHIREWRS
Fig.1 CpG island methylation status of CHFR gene
after treatment with 5-Aza-CdR
Marker: DNA Marker; M: Methylated; U: Unmethylated;

Blank: Untreated control group; H,O: Distilled water control group

2.2 5-Aza-CdR LA Ecal09 %86, CHFR mRNA #
Fik

RT-PCR Fail 45 R & 2 ) R, % 4 Ecal09
IR WL CHFR mRNA H#35, 4 2.5.10 wmol/L
) 5-Aza-CdR 1 FHJ5 RO AL B2, CHFR mRNA A %t

FKIEE RN 0. 174 £0.010.0. 221 +0. 013,
0.356 £0.014. Geit A& R4 s, 76— i W
CHFR mRNA 131K Bf 5-Aza-CdR 1E F 7 2 48 =5 i
N P <0.05).
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SiHD
CHFR
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B2 5-Aza-CdR {E /5 Ecal09 4 CHFR mRNA HIRi%
Fig. 2 Expression of CHFR mRNA after
treatment with 5-Aza-CdR
Marker: DNA Marker; Blank: Untreated control group;

H,O: Distilled water control group

2.3 5-Aza-CdR #74) Ecal09 2 i3858

AN[FVR BE 5-Aza-CdR 1E FAS [A] B[] % Ecal09
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Fig. 3 5-Aza-CdR time- and dose-dependently
inhibited proliferation of Ecal09 cells
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B TSR A (7. 46 £ 1. 46 )% . ( 16. 27 +
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I *T T E'-.- *. : T
nnexin:y AT ._-“||.I\.

4 5-Aza-CdR 1&i# Ecal09 AT
Fig.4 5-Aza-CdR promoted apoptosis of Ecal(09 cells
A Untreated control group; B: 2 pmol/L 5-Aza-CdR;
C: 5 pmol/L 5-Aza-CdR; D: 10 pmol/L 5-Aza-CdR
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