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Silencing of osteopontin suppresses invasion and apoptosis of human gastric cancer
MKN28 cells
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Abstract Objective To detect the effect of osteopontin  OPN  siRNA on the growth invasion and
apoptosis of human gastric cancer cell line MKN28. Methods The eukaryotic expression vector of siRNA spe-
cific for OPN was constructed by liposome transfection and the silencing effect was identified by fluorescence
quantitative PCR and immunofluorescence staining. According to the inhibitory effect of the siRNA vectors the
experiment was divided into control group non-specific OPN siRNA group 24-hour specific OPN siRNA
group 36-hour specific OPN siRNA group and 48-hour specific OPN siRNA group. The cell proliferation ap-
optosis migration and adhesion was finally detected among control group and OPN siRNA groups at different
time points. Results For 48-hour specific OPN siRNA group the expression of OPN in MKN28 cells was the
lowest. Accordingly the cell viability was decreased and the cell proliferation inhibitory rate was reduced to
30.20% the ability of migration and adhesion was decreased the number of cells attached on stromal cell
membrane was much lesser 21.8 £6.9 vs 42.0 £9.4 in control group  and the ratio of cell adhesion on
basement membrane matrix and fibronectin was lower basement membrane matrix  41.5 8.4 % vs 20.5 %
4.5 % fibronectin  25.3 +4.5 % wvs 14.6 +2.5 % in control group  as well as the cell apoptotic rate
was increased compared with the control group. Conclusion OPN gene silencing can inhibit the growth and
invasion as well as accelerate apoptosis in human gastric cancer MKN28 cells.

Key words osteopontin  human gastric cancer cell MKN28 siRNA interference migration adhe-

sion apoptosis

Corresponding author Guo Chuanyong Tel 86-21-62909911-2302 E-mail guochuanyong@ sina. com

021 62909911-2302 E-mail guochuanyong@ sina. com



32 14
2010 7 30

ACTA ACADEMIAE MEDICINAE MILITARIS TERTIAE

Vol. 32 No. 14
Jul. 30 2010 1525

osteopontin OPN

OPN
Ca’* NO~

1979  Senger

Franzen
Senger
OPN
1
OPN
Furger ° OPN
OPN
OPN
Coppola
} 350
113 OPN
OPN
OPN
OPN
OPN NO O, OH~
OPN
av B3
4
siRNA
MNK28
1
1.1
OPN siRNA
494 NM_000582

GAAACUCCUGUAAACUAAd TdT
UAAGUUUACAGGGAGUUUCAGAT
siRNA UUCUCCGAACGUGUCACGUTdT

ACGUGACACGUUCGGAGAAITAT
Lipofectamine2000™ Invitrogen
MNK28 MNK28
10% HyClone USA RPMI1640 Gibco
USA 5% CO, 37 C 1d
0.02% EDTA HyClone USA 2 x10°/
2 ml/ 4 h
2 ug OPN 50 pl 10 pl
6 12 24 h
1.2
5
siRNA
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siRNA

1.3
6 mm X 22 mm
4 h
PBS HyClone USA 2
10 min PBS
1:2000 OPN
USA 4 <C FITC

5 min
Santa Cruz

37 °C 30 min

1.4 PCR  OPN mRNA
10° ~ 10° 1 ml Trizol Invitrogen USA
RNA DNA cDNA
BLAST http //www. ncbi. nlm. nih. gov/blast/
OPN 5'—3’ CCACATG-
GCTAA-ACCCTGACC CATGGCTTTCGTTGGACTTACTTG
126 bp GAPDH 5'—=3' ATGACCCCTTCATT-
GACC GAAGATGGTGATGGGATTTC 131 bp
95 C 90 s 95 °C 5s 58 °C30s 40 25 ul
5 x R-PCR Buffer 5.0 wl 250 mmol/L Mg** 0.3 pl 10 mmol/L
dNTP 0.75 wl 10 pmol/L 0.5 pl 10 wmol/L
0.5 wl 25 x SYBR Green [ 1.0 wl 107 x Calibration 1.0 wl

5 U/l HS-Ex-Taq 0.25 pl ddH,0 14.7 pl ¢DNA 1.0 pl
1.5 MTT
96 48 h 10 ul  MTT
4 h 150 pl
DMSO itk 570 nm
D 570 inhibition rate IC
IC=1- D 570 /D 570 x 100%

1.6 DNA ladder
13 000 r/min 5 min

1% SDS ~ RNAase 5 mg/ml 56 C 2 h
K 2.5 mg/ml 37 °C 2 h 1/10 3 mol/L 2.5
DNA 4 C 14 000 r/min
15 min 1.2%

1.7

0.5 mg/ml Hoechst 5 min PBS
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