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Abstract:Objective To explore the effect of 5-aza-2-deoxycytidine(5-Aza-CdR) on the proliferation of
non-small cell lung cancer cell line A549 and the expression of tissue factor pathway inhibitor 2 (TFPI-2)
gene mRNA, and to explore whether 5-Aza-CdR could inhibit the invasion capacity of NSCLC A549 cell
via TFPI-2 gene. Methods A549 cells were treated with 5-Aza-CdR at different concentrations. The
proliferation of A549 cells was detected by MTT assay after treatment for 24 h, 48 h and 72 h, respectively.
Cell cycle of A549 cells were analyzed by flow cytometer(FCM) after treatment for 72 h. The expression
of TFPI-2 gene mRNA was detected by real time polymerase chain reaction(real-time PCR) after treatment
for 72 h, and invasion capacity of A549 cells was detected by Transwell assay after treatment for 24 h.
Results MTT showed that A549 cell growth had been restrained after treatment at different concentrations
for 24 h, 48 h and 72 h, respectively, in an obvious dose- and time-dependence manner. FCM and real-time
PCR showed that after treatment at the concentration of 0, 1, 5, 10 uM for 72 h respectively, proliferation
indexes of A549 cells were (30.43+0.99)%, (23.89+0.83)%, (16.19+0.34)%, (6.49+0.55)%(P<0.05), and
relative mRNA expression levels of TFPI-2 gene were (1£0), (1.49+0.14), (1.86+0.09), (5.80+0.15)(P<0.05),
and TFPI-2 gene mRNA expression had increased along with the increasing concentration of 5-Aza-
CdR. Transwell small chamber assay showed that the average numbers of cells passed the membrane
was (316.15+18.7), (84.15+12.14), (28.85+7.13) and (14.35+3.33) at the concentration of 0, 1, 5, 10 uM
respectively(P<0.05). Conclusion 5-Aza-CdR could restore TFPI-2 gene expression in NSCLC cell line
AS549 cells and restrain the proliferation and invasion capacity of A549 cells by reducing TFPI-2 gene
methylation.
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Tablel Real-time PCR primer of TFPI-2 mRNA and . 481]:

154 = —+24

internal standard gene mRNA

Primer Sequence Tm  Product

TFPI-2-F  5'-TTCTCCGTTACTACTAC- 58°C 124 bp
GACAGG-3'

TFPI-2-R 5'-TCTATCCTCCAG- 58C 124bp
CAAGCATCGT-3'

B-actin-F  5'-GTCCACCGCAAAT- 59°C 190 bp
GCTTCTA-3’

B-actin-R  5'-TGCTGTCACCTTCACC- 59°C 190 bp

GTTC-3'

Notes:F:forward primer;R:reverse primer
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Figurel Growth curve of A549 cells treated with different

concentration of 5-Aza-CdR for different time

K2 FEIRES-Aza-CARZIEAS490 172 him 4 RELFE B B
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Table2 Cell cycle change of A549 cells treated with
different concentrations of 5-Aza-CdR for 72 h (x+s, %)

5-Aza-CdR

concentration Go/G, S G,/M Pl
(1M)

0 69.57+0.99  29.77+043 0.67+0.59 30.43+0.99
1 76.11+0.83° 23.65+0.96" 023+0.34 23.89+0.83"
5 83.80+0.35" 15.67+0.75 0.52+0.50 16.19+0.34"
10 95.51+0.55" 173045 4.75+0.11° 6.49+0.55"

Notes: :P<0.05 vs. control group (0 uM)
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*:P <0.05 vs. control group(0 pM)

B2 FERES-Aza-CARLEAS49H 172 h/FTFPI-2
mRNAR)RIEE SR

Figure2 Relative TFPI-2 mRNA expression after A549
cells treated with different concentration of 5-Aza-CdR for
72 h

A:control group(0 pM);B:1 uM group;C:5 uM group;D:10 uM group
B3 FEREAIS-Aza-CARLEASIIM 24 hIE 515 B
FETHMFEERCE M ERE x200)

Figure3 Cells transmembrane results of A549 cells treated
with different concentration of 5-Aza-CdR for 24 h under
high-power microscope(crystal violet staining %x200)

3 itig

= S AW S I B i =
(epigenetics)WF5¥ MR 2 B AL, DNAH AL N
FE A 2 AT 5 3 JF R T — 43 B 4R
55 2201, DNA R AL s () & A s b 2 )
FHOG, B AT A 5 DR 2 A B AR I )
RGN I 8 5 2 DX 3 P A R 1 3 e s ol 3 R
WIRERI ARG, MBI L AL, Xt 2 AT
(R AL RS (L o S oI el B - S A 7 N =3 Ui N
g, R A RS R, R
T F AL AE bR i LA B B L SRR B A E
ATRE MR R A EERN K. 5 ERNFZE
P MR A7 AE — > 32 A IR B ) 5 R ) B H

5-Aza-CdR concentration (uM)
*:P <0.05 vs. control group(0 pM)
E4 Transwell/NEEEG | A [E] 7R B 5-Aza-CARALEE24 h
e AS49%H R 14 27 R 40 R 45
Figure4 Average cells transmembrane number of A549
cells treated with different concentration of 5-Aza-CdR for
24 h detected by Transwell assay
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