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Abstract:Objective To construct the short hairpin RNA(shRNA) eukaryotic expressing vector targeting
human papillomavirus type 16 E6/E7 to establish stable transfected SiHa cell line and to observe its effects
on cell proliferation and migration. Methods Three pairs of shRNA fragments which could specifically
inhibit HPV16 E6/E7 genes were synthesized and cloned into the shRNA vector psilencer2.1-U6 hygro. The
recombinant vectors were transfected into SiHa cells by Lipo2000 and E6/E7 mRNA expression was validated
by real-time PCR. The stable psilencer 2.1-U6 hygro-shE6/E7-SiHa cell line was selected with hygromycin B
and validated by real-time PCR and Western blot.The CCK-8 cell proliferation assay and cell scratch wound
healing assay were performed to examine cell proliferation and migration.Results Sequencing suggested
that shRNA eukaryotic expression vector targeting HPV16 E6/E7 gene, psilencer 2.1-U6 hygro-shE6/E7-
SiHa cell line, was established successfully with a significantly inhibition of HPV16 E6/E7 expression, cell
proliferation and migration.Conclusion Inactivation of HPV16 E6/E7 in cervical cancer cells could reduce
cell proliferation and migration.
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shRNA Sequence direction (5’ —3')

GhRNA T AGCTTCGTTATGCACAGAGCTGCAATTCAAGAGATTGCAGCTCTGTGCATAACTTTTTG
GATCCAAAAAGTTATGCACAGAGCTGCAATCTCTTGAATTGCAGCTCTGTGCATAACGA

ShRNATI AGCTTCGCATGGAGATACACCTACATTCAAGAGATGTAGGTGTATCTCCATGCTTTTTG
GATCCAAAAAGCATGGAGATACACCTACATCTCTTGAATGTAGGTGTATCTCCATGCGA

ShRNATH AGCTTCGTGTGACTCTACGCTTCGGTTCAAGAGACCGAAGCGTAGAGTCACACTTTTTG

GATCCAAAAAGTGTGACTCTACGCTTCGGTCTCTTGAACCGAAGCGTAGAGTCACACGA
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RN 4A%: 95°C30s; 95°C 55, 59°C 15, 39MME
FR; 65°C 55, 95%C 15, FH2™%Ei14 (E6/E7)
/18S AR . FEPCRFE Hr ik 37 JCABE AR B X L
FELI A N G - T I i, DA 7 e 75 5
— o ARSI E 3K,
1.2.6  Western blotj: %

RIPA 42 B e A shRN A H 2 Jo by 1 25 25
Wi SiHa 4 g e e B 1, 25 S s i I S
WeRs . 80 pg i B 1 710%SDS-PAGEHL VK, 180
mA 1 h¥# ZPVDFJE . PVDFEZ 5% NS5 H5 1Y
TBSTHW EiRE M1 hig, S/hRBTAE6, ETH
FREHLAR (1: 500, Abcam) %P AB-Actindi
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1.3 CCK-8LAG I 4 G 5

##SiHa, SiHa-psilencer 2.1-U6 hygro. SiHa-
psilencer 2.1-U6 hygro-shE6/E740 M1, fEEEH AL )G
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hygro-shE6/E7 I [ %5 X} HR SiHaZfi i E6/E7 mRNA
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1:SiHa-Blank; 2:SiHa-psilencer2.1-U6 hygro; 3:SiHa- psilencer2.1-U6
hygro-shE6/E71; 4:SiHa- psilencer2.1-U6 hygro-shE6/E71I; 5:SiHa-
psilencer2.1-U6 hygro-shE6/E7IIL

E1 ZHERRELESIHaZA R NHAPV16 E6/E7 mRNA
HIRE

Figurel HPV16 E6/E7 mRNA expression after shRNA
cukaryotic expression vectors transfected SiHa cells

A SiHa-psilencer 2.1-U6 hygro ( x40 ) ;B:SiHa-psilencer 2.1—U6
hygro-shE6/E7 I (x40 )
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Figure2 Cell morphology of SiHa cells with stable
psilencer2.1-U6 hygro-shE6/E7 | expression
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WPERE I RIS . T24. 36, 48, 60, 72 h4yjil
M ZE R BRI AR (P <0.01), RKHE6/ETH]
DI S SiHa 2 i ) 3558, ULIKI4A
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Acreal-time PCR analysis; B:Western blot analysis

1:SiHa-Blank; 2: SiHa-psilencer2.1-U6 hygro; 3: SiHa- psilencer2.1-U6
hygro-shE6/E71
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Figure3 Validation of SiHa cells with stable
psilencer2.1-U6 hygro-shE6/E7 | expression

B RE SR

iz FH 4 i ) K SE 56 ks M psilencer 2.1-U6
hygro. psilencer 2.1-U6 hygro-shE6/E7 1 Jz=5
Xt HESiHaZ MR TERERE ST . 0. 24, 48 hibf 54l
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A:CCK-8 cell proliferation assay;B:cell scratch wound healing assay;1:
SiHa-Blank;2:SiHa-psilencer2.1-U6 hygro;3:SiHa- psilencer2.1-U6
hygro-shE6/E71

E4 FaxERiLpsilencer 2.1-U6 hygro-shE6/E7 | AJSiHaZH
R 5E R T 7% fe 1

Figure4 Proliferation and migration of SiHa cells with

stable psilencer 2.1-U6 hygro-shE6/E7 | expression
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fb (EMT) , Mimifiedt HAZ 72856551 SRmifE LA
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