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Results  Expression of ARL2 was significantly higher in cervical cancer tissues. By constract to the NC group the

protein expression was decreased by 59% (t=5.6 P <0.05) in Hela cells and 60% (¢ =5.3 P <0.05) in
C33A cells respectively. MTT assay revealed that cell growth was inhibited the inhibitory rate was 28% (¢t =2. 6
P <0.05) in HeLa cells and 22% (¢ =2.3 P <0.05) in C33A cells. siR-ARL2 reduced the colony forming abili—

ty of Hel.a and C33A cells by 36% and 60%

respectively(1=4.7 6.2 P <0.05) . Invasion and migration were

significantly reduced as well the inhibitory rate on invasion was 49% (¢t =5.2 P <0.05) in Hela cells and 54%
(t=5.7 P<0.05) in C33A cells and inhibited the migration in HeLa cells. Conclusion Expression of ARL2 is

significantly higher in cervical cancer tissues. Knockdown of ARL2 markedly inhibited cervical cancer cell prolifer—

ation migration and invasion and may play an important role in the development of cervical cancer.

Key words

cervical cancer; ARL2; RNA interference; invasion; relative expression



- 1718 -

Acta Unwversitatis Medicinalis Anhui

2019 Nov; 54( 11)

) ; ECL ( Pierce ) ; BCA
( )
-o( tumor necrosis factor-oc TNF-ar)
-6 ( interleukin-6 IL-6) ( Ab-
cam ) IgG . (
) o
1.2 . CO, (
Thermo ); (
); - ( SDS-PAGE)
. ( BioRed );
( Sigma ) (
) ; PCR ( Ep-

Heraeus

pendoff ) o
1.3 GFP-VNN1
GenBank VNN1  DNA
Primer 5.0 PCR o
5’ AAGCTTCCGCTGCACCATGACTACTC3"
( Hind Il ) D 5-
GGATCCGCTCGAGCTACCAACTTAATGA3(
BamH [ ) o PCR 95 C.3
min; 94 °C .40 s; 58 °C .40 s; 68 C 110 s; 35
72 C 10 min. PCR 1%
o GFP

NCBI

Invitrogen

o

1.4 RAW264.7 RAW264. 7
10% FBS DMEM 37 €C.5%CO,
100 U/
ml,
1.5 GFP-VNN1 RAW264. 7
24 h ( PBS)
2 ml 1.5 x10° /ml
6 37 C.5%CO,
o 6 wl 8 ul
150 pl! OPTI-MEM 5 min
15 min. 6
DMEM PBS 2 1.7 ml OPTI-
MEM -
37 €C.5%CO, 6 h 10% FBS
DMEM o
1.6 Western blot VNN1.TNF-«
IL-6 48 h

2 x SDS 100 C 5
min. BCA Marker
8% SDS-PAGE
PVDF TBST 3 VNNI1,
TNF-o . IL-6 4 C o TBST
VNNI1.TNF-. IL-6 1 h TBST
ECL Image J
3 .
1.7 ELISA TNF« IL-6
48 h 6
ELISA
1.8 RAW264. 7
48 h 6

400 pl Binding Buffer

5 wl Annexin V 15 min
10 !l PI Smin 1h
o 3 .
1.9 SPSS 19.0
X xS o
4
P <0.05 o
2
2.1 GFP-VNN1
GFP-VNNI HindIl BamH [
1% 1 542,
4 735 bp VNNI1 GFP
VNNI1 GFP o
1. VNNI GenBank
GFP-VNN1
bp bp
4735
2 000 —
1542
1 000—
1 GFP-VNN1
M: DNA Marker; 1: Hind[ BamH [ GFP-VNN1



Acta Universitatis Medicinalis Anhui 2019 Nov; 54( 11) * 1719 -
2.2 VNN1 RAW264. 7 A 500 -
Western blot N 400 | —_
GFP-VNN1 VNN1 E
& 300
. GFP-VNNI VNNI &
% 200 }
(P<0.01 F=3.063) 2 GFP- 100 f
VNN1 RAW264.7 5
VNNI . 5 N NC VNNI
200
N NC VNN1
VNN1 ~
T . E —
. Z 100 f
B-actin - a
-— e =,
15 50 -
29 10l N NC VNNI
*® —
%{ 3 ELISA GFP-VNNI1
Z 0.5 | TNF« IL6
E A: TNF-w; B: IL-6; N: ; NC: : VNNI: GFP-
VNNI 27T P<0.05
0.0 N NC VNN
2 Western blot RAW264.7 VNN N NC VNNI
N: - NC: - VNN1: GFP-VNN1 TNF-o - “
: ¥ *P<0.01
o | — e — —
2.3 GFP-VNN1 TNF-o
IL-6 ELISA GFP-VNNI Pracin | C—— —
RAW264.7 TNF-o IL-6 st
(P<0.05 F=0.082; P <0.05 F=0.592) '
: Western blot H_IS ol -
RAW264. 7 TNFo  IL6 (P R
<0.05 F=1.538: P <0.05 F =1.509) %05 L
B~ D b
. 3.4 GFP- z
VNNI1 TNF-o IL-6
0.0
o N NC VNN1
2.4 GFP-VYNN1 RAW2264. 7 L5r
GFP-VNNI | ‘
(P<0.05 F-= % 1ot —=
0.076) . GFP-VNN1 ﬁ
RAW264. 7 o 5. H\Eﬁ 05
3
. 00 N NC VNNI
( Vanin VNN)
4 Western blot GFP-VNN1
. TNF-« IL6
o Vanin N: NC: : VNNI: GFP-VNN1
VNN1.VVN2  VNN3 VNN1 “* P<0.05



* 1720 - Acta Universitatis Medicinalis Anhui 2019 Nov; 54( 11)
A N y 103 NC ‘1 03 VNNI1
1504 150 150 1
<F PIO1.73%) <|: P1(28.60%) <F Px(‘?ﬁli‘_m
5100' : %lOO' L %100' -
504 50 50
0 T T T T 0 | : T T T 0 T ‘ T T T
0 50 100 150 0 50 100 150 0 50 100 150
F8C-A F8C-A F8C-A
"
H<: 106 ] QI-UL(1.26%) Q1-UR(7.80%)] 1061 Q1-UL(0.30%) Q1-UR(7.40%) 106_'
=
Y 10° 103 10°3 .
- <|: 4 <F 4 <F 4 ,j:"ﬁ
m 1073 m 10 @ 10 o
A 3 A 3 A 3
1074 1073 1077
1004 10™ 100 e
o1-|_L(I9|:|A2 01-L1R(n.09°/:,) Q1-LL(I91 m-LIR(o.at"/ol) __,-':'_'_';_;4-4 .-.u_-l"." o y .
10° 10" 10° 10’ 10° 10 10° 10" 10° 10° 10° 10 10° 10° 10° 10° 10° 10
FITC-A FITC-A FITC-A
B 5. FITC
*
T
sior 5 GFP-VNN1
ﬁ - — RAW264.7
= 5t A3 ;B3 PN yNC:
; VNNI: GFP-VNN1
0 * P<0.05
N NC VNNI1
VNN3 10 10A2B1; GFP
VNN1.VVN2 VNN3 6
q22 ~24 Vanin
5-7 11-12
VNNI1 Vanin GFP
o s VNN1  NF«B
VNNI LPS B,
NF+«B NF+«B
; NF+«B VNNI1 GFP-VNNI1
BAY11-7082 VNNI1 VNNI1 RAW264.7 TNF-
o VNNI1 a~1L-6 o
4B(1L4B) VNNI1.TNF-o. IL-6
Li-
VNNI1 . 10 pofectamine 2000 o Lipofectamine 2000
VNNI1 RAW264. 7
VNNI1 TNF« IL-6 TNF-
cystamine a IL-6 o TNFo« IL-6
o VNNI1
VNNI1 o

(C)1994-2023 China Academic Journal Electronic Publishing House. All rights reserved.

http://www.cnki.net



Acta Universitatis Medicinalis Anhui 2019 Nov; 54( 11) * 1721 -

VNNI1 J. 2018 50(9): 111 -5.
VNNI1 6 KangM Qin W BuyaM etal. VNNI a potential biomarker for
pancreatic cancer-associated new-onset diabetes aggravates para—
o VNNI1

neoplastic islet dysfunction by increasing oxidative stress J .
Cancer Lett 2016 373(2): 241 -50.
o VNNI 7 . VNNI
J. 2018 41(1): 140 -6.

8 Giessner C Millet V. Mostert KJ et al. Vnnl pantetheinase lim—
its the Warburg effect and sarcoma growth by rescuing mitochon—
drial activity J . Life Sci Alliance 2018 1(4): €201800073.

9  Naquet P Pitari G Dupre S et al. Role of the Vnnl pantethein—

ase in the tissue tolerance to the stress J . Biochem Soc Trans

1 Yamashita N Yashiro M Dqawa H et al. Metabolic pathway 2014 42(4): 1094 —110.
catalyzed by Vanin- pantetheinase plays a suppressive role in in— 10  Roisin-Bouffay C Castellano R Valéro R et al. Mouse Vanin-
fluenza virus replication in human alveolar epithelial A549 cells is cytoprotective for islet beta cells and regulates the development
J . Biochem Biophys Res Commun 2017 489(4): 466 -71. of type 1 diabetes J . Diabetologia 2008 51(7): 1192 —201.
2 Lgvf M Nome T Bruun J et al. A novel transcript VNN1-AB 11 . pEGFP-C2-NLRC5
as a biomarker for colorectal cancer J . Int J] Cancer 2014 135 J . 2014 49(2):
(9): 2077 - 84. 145 - 8.
3 Rommelaere S Miclet V. Gensollen T et al. PPARalpha regu— 12 A —_— J .
lates the production of serum Vanind by liver J . FEBS Lett 2017(8) : 124 -5.
2013 587(22): 3742 -8. 13 . GFP
4 . VNNI Hepcidin J. 2015 37(4): 67 -71.
D . : 2015: 1 -68.
5 . ( Vanind)

Construction and functional study of mouse GFP-VNNI1

recombinant plasmid
Li Lin' Li Jun®
('Dept of Pharmacy The First Affiliated Hospital of Anhui Medical University Hefei 230022;
*School of Pharmacy Anhui Medical University Hefei 230032)

Abstract  Objective To construct the GFP-agged eukaryotie expression vector of Vanind ( VNN1)  observe its
effect on the cytokine secretion and apoptosis of RAW264. 7 cells. Methods The total RNA of VNNI was obtained
from RAW264.7 cells and reverse transcription into ¢cDNA sequence. Then VNNI ¢DNA and the vector GFP were
digested with restriction enzymes Hind [l and BamH [ then inserted into the eukaryotic expression vetor GFP.
The recombinant vector was verified by restriction enzymes cut and sequencing identified then transfected into
RAW?264. 7 cells. Tumor necrosis factor-o. ( TNF-at) and interleukin-6 ( IL-6) secretion were detected by ELISA
and Western blot. Cell apoptosis was detected by flow cytometry with AnnexinV-FITC/PI double-staining method.
Results The VNNI fragment was contained in the positive recombination by identification of restriction enzymes.
The recombinant plasmid GFP-VNNI could significantly promote the secretion of cytokines TNF-o and 1L-6 and the
apoptosis of RAW264. 7 cells. Conclusion Successfully constructed eukaryotic expression vector of VNNI = re—
combinant GFP-VNN1 plasmid could significantly promote cytokine secretion and apoptosis.
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