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RPMI1640
20 min
6 h o
RNA RT-PCR
RNA 1 ml/10 cm?®
TRIzol (
Izol 0.2 ml) RNApure
RNA.

5 min

1.2.3 TRIzol
1 ml TR-
RNA
EasyScript First—
Strand ¢cDNA Synthesis SuperMix RNA
c¢DNA. 5.0 pg RNA
I pl Oligo( dT) 2 X ES reaction mix 10 ul esay—
scriptRT/RI enzyme mix 1 pl

20 pl 42 C 30 min 85 C 5 min
easyscript RT. -20 C o B-actin. GST.
Bax tMix 10 pl 0.5 wl

0.5 wl ¢cDNA1 pl ddH,0 20 pl.
95 C 5 min 95 C 30 s 60 C 30 s
72 °C 30 s 40 72 °C 10 min.
PCR 1.5% o
1. 10 Image J
1
(537)
B-actin F: TTAGTTGCGTTACACCCTTTC
R: ACCTTCACCGTTCCAGTT
GST F: TGTGTGGAGAGCGTCAACC
R: TGGATCCAGGTGTGCAGGT
Bax F: TTTCTGACGGCAACTTCAAC
R: AGTCCAATGTCCAGCCCAT
1.2.4 Western blot
100 mm

200 ~300 wl 85 C 1 xSDS
(50 mmol/L Tris-Cl pH 6.8; 100 mmol/L DTT;

( BioRad) 5% 4 C
1 h; 4 C .
1h N N o
o 10 Image J
1.2.5 MTT
1 x10* /
200 wl 96 6
24 h
DDP(0.2.4.8.10 pg/L) .5- (5-
FU) (0.2.4.8.10 pg/L) 48 h
20 wl MTT 4 h
150 ! DMSO 10
min 490 nm
(1C5) -
1.3 SPSS 22.0
P
One-way ANOVA P <0.05
2
2.1 ANXA2-
siRNA SGC7901 /DDP RNA
GST
Bax 1.2
2.3,
TN A A H-siRNAZL ANXA2-siRNA4 bp

1 GST.Bax RNA

FENEA 2 H-siRNAZA ANXA2-siRNAZ bp

2% SDS; 10% 10.1% ) : GST “— — 25
N A Bax —-—- 21
-20 C - 50 pg 1 x SDS e i3
100 C 10 min
12%  SDS-PAGE o 2 GST.Bax
2 GST.Bax RNA
-<iRNA ANXA2-siRNA F P
GST 201.16 +8.98 202.98 +7.47 91.98 +7.24 7.56 0.000
Bax 133.63 +6. 16 132.03 +5.74 153.98 +9.67 14.82 0.001
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3 GST.Bax
<iRNA ANXA2-siRNA F P
GST 105.53 £7.44 103.99 +6.29 53.47 £7.06 7.16 0.000
Bax 110.13 £7.11 113.50 +6.73 135.64 +8.76 18.76 0.000
4 MTT
-siRNA ANXA2-siRNA F P
DDP( pg/L) 5.96 +0.51 5.84 +0.49 1.11 £0.18 9.48 0.000
5FU( p,g/L) 4.12 £0.63 4.21 £0.57 0.93 £0.07 8. 14 0.000
5 MAPK PI3K/Akt
-siRNA ANXA2-siRNA F P
P38 65.25 £8.78 61.78 £7.62 69.11 £6.20 1.61 0.240
pP38 170.41 +£9.21 164.97 +7.54 83.77 +8.39 8.55 0.000
AKT 139.35 +9.62 136.07 +7.83 137.57 £8.66 0.18 0.837
p-AKT 148.22 +5.94 146.19 +8.68 120.06 £7.73 26.52 0.000
2.2 MTT siRNA  (GST) . I ( Topo-) °77 . GST
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(P<0.05) . 4, GST .
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AKT AKT
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Effect and mechanism of ANXA2 - siRNA transfection

on drug sensitivity of gastric cancer resistant cells
Yu Nanrong Zeng Xiang Xu Houwei et al

( Dept of Gastrointestinal Neoplasms ~Cancer Center of Guangzhou Medical University Guangzhou 510095)

Abstract Objective To explore the effect of ANXA2-siRNA transfection on drug sensitivity and signaling path—
ANXA2-siRNA was used to transfect SGC7901 /DDP

way activation in gastric cancer resistant cells .

Methods
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gastric cancer drug-resistant cells. RT-PCR and Western blot were used to detect the expression of GST and Bax in
drug—resistant gastric cancer cells. The chemotherapeutic drug sensitivity was detected in gastric cancer cells by
MTT susceptibility test. Western blot was used to detect the changes of P38 P38 phosphorylation AKT and AKT
phosphorylation level after ANXA2-siRNA transfection in SGC7901/DDP gastric cancer drug-—resistant cells. Re—
sults  After transfection of SGC7901/DDP cells with ANXA2-siRNA the expression level of GST was significantly
decreased at both RNA level and protein level while the expression level of Bax was upregulated. Compared with
blank control group and blank-siRNA group ANXA2-siRNA transfected SGC7901/DDP cells significantly de—
creased the ICy, value of chemotherapeutic drugs DDP and 5FU and the difference was statistically significant ( P
<0.05) . Compared with blank control group and blank-siRNA group ANXA2-siRNA transfected SGC7901/DDP
cells did not change significantly in MAPK signaling pathway but P38 phosphorylation level decreased significant—
ly. Conculsion ANXA2-siRNA transfected gastric cancer drug—resistant cells can down regulate the expression of
drug resistance related genes and reduce the drug resistance of gastric cancer cells. It may be achieved by influen—
cing the phosphorylation of P38 and AKT in MAPK and PI3K/Akt signaling pathways.
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