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; Navl. 5
Abcam ; 2( matrix metalloprotei—
nase 2 MMP=2) . MMP9 santa
cruz ; N 1G
; CCK8 ; PCR
PCR( Real TimePCR RT-PCR)
Takara . PVDF Invitro-
gen ; Matrigel . Transwell Cor—
ning . siRNA-Navl. 5 D li-
p02000.CO, Thermo Fisher ;
RT-PCR Stratagene :
Bio-tek o
(2 )
( 2 ) -80 C
1.2
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3% H,O0, 10 min 1 : 200
Navl. 5 4 C (16 h ) HRP

37 C. 30 min DAB
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1.2.2 HSC3 10% FBS.100
U/ml 100 U/ml DMEM
37 C.5% CO, o 3d o
1.2.3 5x10°  /ml
o 4%
30 min 0.5% Trixton X400
20 min 1% BSA 30 min Navl. 5
(6 pg/ ml) 24 h 1 he
(1:50) 2 h DAPI
(1:2000) 8 min. Zeiss LSM510
1.2.4 siRNA
( national center for biotechnology information
NCBI) Navl. 5
3 Navl.5 RNA( small interfering
RNA siRNA) ( negative con—
trol NC) ( control CON)
1. 1d 2x10° /ml
500 wl
o 1 wl/  lipo2000 50 wl opti-MEM
5 min, 2 wl siRNA
50 pl opti-MEM o 2
20 mins,
o 6 h
o l.
1 siRNA
siRNA- ( F) 5’ -GCUGGACUUUAGUGUGAUUTT3’
siRNA- ( R) 5" -AAUCACACUAAAGUCCAGCTT3’
siRNA2( F) 5’ -GCACAUGAUGGACUUCUUUTT3’
siRNA2( R) 5" -AAAGAAGUCCAUCAUGUGCTT3’
siRNA3( F) 57 -GCAACGCUCUUUGAAGCAUTT3’
siRNA3( R) 5" -AUGCUUCAAAGAGCGUUGCTT3’
siRNA-NC( F) 5’7 UUCUCCGAACGUGUCACGUTT3’

(
siRNA-NC( R) 5’ -ACGUGACACGUUCGGAGAATT3’

1.2.5 RT-PCR TRIzol
RNA PrimeScriptTM-PCR kit
c¢DNA
0 195 C.1
min 60 C.30 s 72 °C.30 s. 3

PCR
20

Navl. 5( F) 5’-CAGCTGGTTCGAGACATTCA 3~
Navl.5( R) 5" ITTGTCGGCATACTCAAGCAG3~

MMP -2( F) 5"-GCCTCTCCTGACATTGACCTTGG3~
MMP -2( R) 5’-CACCACGGATCTGAGCGATGC 3~
MMP -9( F) 5’ TCCTGGTGCTCCTGGTGCTG3”

MMP -9( R) 5"-CTGCCTGTCGGTGAGATTGGTTC 3~
PCNA( F) 5"-GAAGGTGTTGGAGGCACTCAAGG3~
PCNA(R) 5’-GCAGCGGTAGGTGTCGAAGC3~

B — actin( F) 5"-GGCACCACACCTTCTACAATGAGC3”
B — actin( R) 5"-GATAGCACAGCCTGGATAGCAACG-3~

1.2.6 Western blot RIPA
. BCA
99 C .10 min
SDS-PAGE 0.45 wm
PVDF 5% BSA . ECL
1.2.7 Transwell Matrigel DMEM
1:9 o 50
wl 37 C.5% CO, 2 ho 3
24 h 0.25% 1 000 r/min 5
min DMEM
1x10°  /ml. 100 l
600 pl 20% FBS  DMEM 37 C.
5% CO, 24 h 3 o
Matrigel
4% 20 min 20 min
200 o
1.2.8 CCKS8
96 o 2
~4 h - 96 10 pl CCK8
1 h
450 nm ( optical density OD) 5
o 0D450 12 .24 48 .72 h
1.3 SPSS 19.0 o
X £s t
SNK ¢
P <0.05 o
2
2.1 Navl. 5
Navl. 5



Acta Universitatis Medicinalis Anhui 2019 Aug; 54( 8) * 1229 -

Navl. 5
1. HSC3
Navl. 5 Navl. 5
HSC3 2,
815
%
® | T L
= 10Ff
z T
% 0.5 ?
¢ E Kk
& “ o0 CON NC S S S
b ‘._: B 1 2 3
. D CON NC S, S, S,
1 Navl. s x 100 Navl.s g SN S s o

actin*_ e “ =
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sRNA  HSC3 Z Lo ﬁ% %
- RT-PCR Western S ‘ % %
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S, o CON D **P<0.01 ***P<0.001
2.3 Navl.5 HSC3
CCKS8 450 nm  OD 2.4 RT-PCR  Western blot siRNA -
48 h  siRNA  (1.31 £0.21) Navl. 5 siRNA-Navl. 5
CON (1.06 £0.22) NC (0.67 £0.09) HSC3 PCNA.MMP=2 MMP-9
(F=9.006 P<0.01) CON
NC 4, Transwell (F=15.12.22.89.11.72 P <0.05)

siRNA (7.33 £1.55) CON 3 6.7,
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(F =
222.7 P<0.001) CON NC
5.
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siRNA-Navl. 5 interferes HSC-3 cells and changes

in biological behavior in vitro
Dai Yongzheng Qian Chengwei Xu Xiaoli et al
( Stomatological College of Anhui Medical University The Affiliated Stomatological Hospital of
Anhui Medical University Key Laboratory of Oral Diseases Reasearch of Anhui Province Hefei 230032)

Abstract  Objective To study the expression and biological effects of voltage-gated sodium channel 1. 5 subtype
( Navl.5) on oral squamous cell carcinoma cell lines and tissues transfected with small interfering RNA ( siRNA-
Navl.5) and analyze its possible regulatory mechanism. Methods Oral squamous cell carcinoma tissues and nor—
mal oral epithelium tissues were selected from clinical immunohistochemistry was used to detect the expression of
Navl.5. Confocal microscope showed intracellular expression of Navl.5. The expression levels of Navl. 5 in HSC-
3 cells were transfected with siRNA-Navl. 5 lipidosome. Transwell and CCK8 were used to detect the invasion and
proliferation of HSC3 cells. Western blot and RT-PCR were used to validate the expression of related protein PC—
NA MMP-=2 and MMP9. Results Immunohistochemical results showed that Navl.5 was positively expressed in
oral squamous cell carcinoma but no significant expression was observed in normal tissues. Immunofluorescence
results showed positive expression of Navl. 5 in HSC3 cells. The invasion and proliferation of HSC3 cells trans—
fected with siRNA-Navl. 5 were significantly suppressed. The expression of PCNA MMP-2 and MMP-9 protein was
decreased in HSC3 cells after transfected with siRNA-Navl. 5. Conclusion Navl. 5 can promote the proliferation
and invasion of oral squamous cell carcinoma by regulating the expression of PCNA MMP-2 and MMP-9.
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