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Abstract: Objective To investigate the related mechanism of Slug inhibiting the proliferation of cervical
cancer cell through CDH3/-catenin/C-myc. Methods SiHa cells with stable Slug expression were screened.
The expression of CDH3 in Slug-overexpressed SiHa cell was detected by RNA-sequence, Real-time PCR,
Western blot and immunocytochemistry. The expression of CDH3 in SiHa and HeLa cells were detected
by Western blot and immunocytochemistry. The protein level of CDH3 was up-regulated in HeLa cells or
rescued in SiHa-Slug cells by transient transfection of CDH3 expression vector. The protein levels of -catenin
and C-myc were detected by Western blot, the cell growth was detected by cell counting and CCK-8§ assays.
Luciferase reporter assay and chromatin immunoprecipitation assay (ChIP) were performed to detect the effect
of Slug on regulating the promoter region of CDH3. Results SiHa cell line with stable Slug expression was
successfully constructed. Slug overexpression inhibited CDH3 expression in SiHa cells. CDH3 promoted
cell proliferation and up-regulated the protein level of B-catenin and C-myc in HeLa and SiHa-Slug cells.
Slug could recognize and bind to the E-boxes in the CDH3 promoter region and inhibited the transcription
of CDH3 in SiHa cells. Conclusion Slug could inhibit the expression of B-catenin and C-myc by inhibiting
CDH3 transcription in SiHa cells, and then attenuate the growth of SiHa cells.
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Table 1 Primer sequences for real-time PCR

Primer name Primer sequence (5'-3")
P1 Forward GGACCTCGTGGCGCTG
Reverse GTGTTCCGCTCAGCTCTTGC
P2 Forward CGACGCGTCGTAAAGAACAGCTCC
Reverse GAAGATCTTCCGCCACGAGGTCC
P3 Forward TAATGAATGCGGAGCCT
Reverse GAAGAGAAATGTTTCCTTGC
P4 Forward TTGTGGGGTAGTGATT
Reverse TCATTCCACTACGTTAGA
P5 Forward TGGCATCCAGGGCTTC
Reverse CCTTCCCCACGGAGCT
P6 Forward TAATCCCAGCACTTTAG
Reverse GATTTCGCTATATTGGC
P7 Forward CTTCAGCGCTACTAAGG

Reverse TTGCTCTCTCAGGCCT

Forward ATCATCGTGACCGACCAGAAT

Reverse GACTCCCTCTAAGACACTCCC

Slug Forward TGTGACAAGGAATATGTGAGCC
Reverse TGAGCCCTCAGATTTGACCTG

CDH3
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Table 2 Primer sequences for luciferase reporter vectors

Primer
name
P1 Forward CGACGCGTCACCAATCAGCAC
Reverse GAAGATCTTCCGCTCAGCTCTTGC
P2 Forward CGACGCGTCGTAAAGAACAGCTCC
Reverse GAAGATCTTCCGCCACGAGGTCC
P3 Forward CGACGCGTCGAAGCTTTG
Reverse GAAGATCTTCGGAAGAGAAATGTTTC
P4 Forward CGACGCGTCGGGTAGTGATTGAG
Reverse GAAGATCTTCGACCTGGGATTCGTT
P5 Forward CGACGCGTAAGGACCAGGAGGT
Reverse GAAGATCTTCCATGAAAACGGTCCT
P6 Forward CGACGCGTCGTTAAAACTCCAG
Reverse GAAGATCTTCTTTTAGTAGAGACGGGATT
P7 Forward CGACGCGTCGGTTTATTTTACTT
Reverse GAAGATCTTCTCTTGCTCTCTCAGG

Primer sequence (5°-3")
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**: P<0.01; Scale bar: 10 pm. A: the volcano plot of the differential genes in SiHa-Slug cells; B: the mRNA expression of CDH3 in SiHa-Vec and

SiHa-Slug cells were detected by transcriptome sequencing analysis; C-E: the mRNA and protein levels of CDH3 in SiHa-Vec and SiHa-Slug cells

were detected by Real-time PCR(C), Western blot(D) and immunocytochemistry (E, x100) , respectively.

E1 Slugif#|CDH3ESIHaZH Al FF A9 FRIE
Figure 1 Slug inhibited CDH3 expression in SiHa cells
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*: P<0.05, **: P<0.01; Scale bar: 10 um. A: the mRNA level of CDH3 in SiHa and HeLa cells from Cancer Cell Line Encyclopedia database

s

B, C: the protein levels of CDH3 in HeLa and SiHa cells were detected by Western blot (B) and immunocytochemistry (C, X100), respectively; D: the

expression of CDH3, B-catenin, and C-myc in HeLa cells with transient transfection of CDH3 expression vector were detected by Western blot; E, F:

the proliferation of HeLa-CDH3 cells were detected by growth curves (E) and CCK-8(F), respectively.

E2 CDH3{Ei#HeLaZf i Hy145H
Figure 2 CDH3 promoted proliferation of HeLa cells
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Figure 3  Slug transcription inhibited CDH3 expression in SiHa cells
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