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Effects of NFATcl on the proliferation, migration and epithelial-mesenchymal transition of non—small cell
lung cancer

LI Zhi=hui, YAO Fei—fei, WANG Fu—xia

(Department of Respiratory Medicine , Zhengzhou People’s Hospital , Zhengzhou 450000, China )

Abstract Objective: To detect the effect of activated T cell c1 nuclear factor(NFATc1) on the proliferation, migration and epithelial—
mesenchymal transition (EMT) of non—small cell lung cancer (NSCLC) cells. Methods: qRT-PCR was used to detect the expression level of
NFATecl in NSCLC cells H1650,H460,H1299 and normal human bronchial epithelial cells BEAS -2B. The si -NFATc plasmid was
transfected into H1650 cells,and the effects of H1650 cell proliferation, migration and epithelial -mesenchymal transition (EMT )were
detected by CCK-8 proliferation, colony formation experiments,scratch and Western blotting. Results: The relative expression level of
NFATc1 mRNA in H1650, H460,and H1299 cells were higher than those in BEAS-2B cells(¢=10.732, P<0.001;¢=4.705, P=0.009 ;
t=4.792,P=0.009 ) ,and the expression level of NFATc1 mRNA of H1650 cells was higher than that of H460 and H1299 cells(1=3.593,
P=0.023;1=7.505,P=0.002 ). The NFATc1 mRNA (=9.325,P<0.001),and the gray value of NFATc1 protein (¢=10.254,P<0.001),the
0D value of cells (¢1=7.954, P<0.001 )in the si-NFATc1 group were lower than those of the si-NC group, the number of colony formation
(¢t=12.210,P<0.001 ) , and the migration rate in the si—-NFATc1 group were lower than those of the si—NC group (1=8.951, P<0.001 ).
The expression of E—cadherin protein in the si—-NFATc1 group was higher (1=6.352,P<0.001),and the expression of Vimentin and N-
cadherin protein were lower than those in the si—-NC group(¢=6.012, P<0.001; t=10.241,P<0.001 ). Conclusion: The expression level of
NFATecl increases in H1650 cells, knocking down its expression level can attenuate cell proliferation, migration and EMT.
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1.1 ## NSCLC 42 H1650 . H460 .H1299 X IE
LA R A BEAS-2B( I 1 40 AR 4y i
FEIT) s RPMI1640 3535 3L (AL st s E A FRA D 5 8
RNA $2GRAF 6 it siifinl & ( H A TaKaRa A F]);
NFATe1 , Vimentin \N —cadherin \E —cadherin . 3 —actin
—HL M I (FEE Cell Signaling Technology NEIDE
M IR TR (si-NC ) NFATe1 T4k (siNFATe1 )
A NFATc1 mimic JFof AL s AE R IER SRk,
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1.2.1 Wik 5E & PCR(qRT-PCR)  #2H H1650,
H460 .H1299 1 BEAS-2B ZHfifI H1 % 5 RNA, [ 5% 5%
7 ¢<DNA, % SYBR Premix Ex Taq i3] £ 18 F
TSR E i PCRo LIS IER GAPDH ) mRNA 7K
SEAE NS IR, 5T : NFATel S 197
%1 5'-CACCGCATCACAGGGAAGAC-3', RIS 1%
%1 5'~GCACAGTCAATGACGGCTC-3' ,GAPDH I Jj#
519 /%) 5"~ AGAAAAACCTGCCAAATATGATGA
C-3', R ¥F4 5'-TGGGTGTCGCTGTTGAAGT
C-3"o JZ £ :95C 5 min,95°C 30 s,60%C 30 s,
72°C 30 s,42 MER, R 27220 33145 mRNA AH X
FRIKF

122 BEYesiy HOOEUE K H1650 41 it it
ATHEULSEES DL 10* NALIG S B AT 6 FLANARAR,
WG TE 24 h, 734 si-NC 411 si-NFATc1 41, 3% 18
NEEA lipofeetamine 2000 Vi A5 TR Fek 6 h
J& , TR AL I E IR AR T AR SR 5 48 h, IR
LA HANNAFH qRT-PCR Fl Wenstern E[JZERG 4%
Pt B, qRT-PCR HARSZES#AE WL 1.2.1, Wenstern
B BAR S B4R E WL 1.2.3,

1.2.3 Western EIBSEE  IEE si-NC 41 .si-NFATc1
ZH ARG B P A O PR | 247 30 min.,
W 3 R BCA 2 e siati) e A vk B
B30 g 8, A7 2R V0 s Tk B v s PR VK, o 3 A I
MRS 2 PVDF B L B S% IR Uik = 1
6 2 h, %0 anti—-NFATe1(1:1 000)7E 4 Cok4f
IR R TBST # W Uk 3 3, BK 10 min.
ZJETHEIN =Pt (1:4 000) ZE\IFE 1 h, RH TBST #%

WEVE 3 3, BEK 10 min, Bt B — B0 T, 2
ST INFERE I IR

1.24 CCK-8 HFESCHS  CCK-8 15K N 21 g 38
BG4 si-NC 41 si-NFATc1 440 L4 FL 2x
10° ()25 BE R T 96 FLARH, BRZH40ME 6 P17l
DUk, SRIG S 10% R4 1L BB 7R 5
JCE 37°C . 5%CO, A TERAR h G SR, A
ek FE L) 12,24 36,48 .60.72 h B}, & F AR YL
450 nm AN GEFE (optical density, OD){H.
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ZH AR, S W T ol 200 A I, F BRI 200 4~
2 ) 935 B R R B R SR L, DA+ 07 iR e
CEBAES HERE 10 min, B REIR RS
3 FR UL pH (HAS AR LT B a5 720, 15 9% 2 R IR
AL UL e I B, 26 135 5% o 8 bR 5L PBS IR
THVE 13, A 3 mL R E 15 min, 285 H DAPI
PR 10 min, Z 1RG5 PBS WIRIETE 1,
HRITRIHETR Y R .
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I AR RIR SRR b (E AT RS R=(a-b )/ax
100%-
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B30 g B, A7 2R V9 M MOk i 2 e PR VK, 5 A
() IR 2 PVDF B I . Bl 5% BRIk = 1R
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E—cadherin $L{&(1:1 000), J52e384/E W 1.2.3,

1.3 Zeitspabs® W SPSS 21.0 B3t Bdi ikt
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P<0.05 22 5 BA SRR L.
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mRNA k7K V5 T H460 .H1299 41 iy (1=3.593,
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Fig1 Relative expression of NFATc1 mRNA in different cell lines
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Fig2 Knockdown efficiency of specific si-NFATcl on H1650
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The effect of knocking down NFATc1 on the proliferation of H1650 cells

4 E-cadherin 25 FH 7K -5 T si-NC 41 (1=6.352,P<
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Fig 4 The effect of knocking down NFATcl on the migration of
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Fig5 The effect of knocking down NFATcl on EMT of H1650 cells
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