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Abstract: Objective To investigate the correlation between EPB41L3 gene methylation and cervical cancer progres-
sion. Methods Cervical tissues of patients with clinical chronic cervicitis, cervical intraepithelial neoplasia and cervical
cancer were collected. The methylation of EPB41L3 gene in the samples was detected by gene methylation—specific PCR
amplification (MSP) kit. Taking the normal cervical epithelial cells as control, the methylation of EPB41L3 gene in Hel.a

and SiHa cervical cancer cell lines were detected by PCR. The expression levels of EPB41L3 gene in cervical cancer cell
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lines and normal cervical epithelial cell lines were detected by RT-PCR and western blotting. Cells were divided into four
groups according to whether the demethylated drug 5—aza—2'—deoxygcitidine (5AZA) was used: HeLa group, HeLa+5AZA
group, SiHa group, and SiHa+5AZA group. In addition, CCK8 assay was used to detect cell proliferation rate, Transwell as-
say was used to detect cell mobility, flow cytometry was used to detect cell apoptosis rate in each group. Comparative analy-
sis was performed between the groups. Results The methylation percentage of EPB41L3 in chronic cervicitis, cervical in-
traepithelial neoplasia and cervical cancer was 6.67%, 73.33% and 93.33%, respectively. EPB41L3 methylation was detect-
ed in HeLa and SiHa cells. The expression of EPB41L3 in Hela and SiHa cells was significantly lower than that in the con-
trol group (P<0.000 1, P=0.002 5). The cell proliferation rate of HeLa+5AZA group was significantly lower than that of
HeLa+Control group (P=0.003 5), and that of SiHa+5AZA group was significantly lower than that of SiHa+Control group
(P=0.006 0). The cell migration rate of Hel.a+5AZA group was significantly lower than that of HeLa+Control group
(P=0.000 9), and that of SiHa+5AZA group was significantly lower than that of SiHa+Control group (P=0.001 9). The cell
apoptosis rate of HeLa+5AZA group was significantly higher than that of HeLa+Control group (P=0.002 4), and that of Si-
Ha+5AZA group was significantly higher than that of SiHa+Control group (P=0.002 4). Conclusion EPB4113 gene may

lose its inhibitory effect on cervical cancer cells after methylation, and its expression level may be positively correlated with

the progression of cervical cancer.
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Tab. 1 Primer sequences
FEH 519575
EPB41L3 F 5'-TTTGTGTATTGT TGTTGAGGAGTG-3'
(EH ML) R 5'-CACAATCCCCCACTCCA AAAAACA-3'
EPB4113 F  5'-GCAGTG CAAAGTGATACTTC-3'
(F34k) R 5-TCTGGTGGATAAA ATTTCACAT-3’

Jits \HUCEC 40 Jifg " Y 5 RNA , 28 SIS0 5 6 46 )
RINA V& B R 20 B, A5 1 B A W 6 e R UKk, 3 7 S
& cDNA,RT-PCR ¥l EPB41L3 5 [H $ik . FHE
AR 3 VR, B R 274 Ak AT A0 M o HREER
YR, FEAT SDS— 3R PN I e i 5 s R Tk, S B
PUARZE A RN Aric ) 6, BUS B i oA 5 Y
SN IR BE(E , 115 EPB411L3 & AR ik i

133 ZHBasrdE HEH ALY 5s-A -2 -
A AT (5-aza—2'—deoxygcitidine, SAZA) b H B £
Jii HeLa 4 B0 71 SiHa ZH ML . 2520 N A 1 pmol - L™
SAZA, X RE AL in ACHR [R) 4 B Y PBS, K 41 i 43 R
4 7 : HeLa+Control 2 . HeLa+5AZA £ . Siha+Control
2H .Siha+5AZA 4 .

1.3.4 CCKS8XLIMApEIEsE M LR adl Xt
i R AT Al AR B R, BT 37 °C 5% CO, IR AE B 77
24 b, {EAH MG RE o TG RCAE K H 20 f 22 96 FL
B, B FL 100 wL(10 000 4~) , 5555 72 ho 15 &EFL N
A 10 pL CCK8 %, 55 4 ho  JHEEHR U 2 450
nm AL OEIE  BEAHBEE 3R AL, LA 4 K .
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B4l . X an T RS B — e B 19 Tran-
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TR E 48 h, XA HE T L AR JF AT
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10 min, W AR 41 L, 2% 2 ¥, 5 H 1xBinding Buffer
% MR B 110%™ /m L B 40 JfL B, B 300 WL A
Falcon i , H Annexin V-FITC Ml P1 #£4745iC,1 h
A O = 4 A SRS D 4 A T
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Fig. 1 Methylation PCR results of different cervical cancer

cells and normal cervical epithelial cells
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Fig. 2 EPB41L3 expression detected by RT-PCR and immunoblotting
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Fig. 3 Effect of demethylation on the proliferation of cervical cancer cells
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Fig. 4 Effect of demethylation on the migration of cervical cancer cells
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Fig. 5 Effect of demethylation on the apoptosis of cervical cancer cells
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