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Fig.1 Identification result of PCR
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Fig.2 The expression of Napsin A protein detected by Western blot
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* 1 3HEMAFE Napsin A BH Western blot k548 34 1% & &
Table1 The expression of Napsin A protein dectected by Western blot
n 2 51(Groups)
A549 A549-PLIM1 A549-PLJM1-Napsin A

1 0.014 0.027 0.105

2 0.026 0.038 0.084

3 0.035 0.024 0.067

X s 0.025+0.011 0.029+0.008 0.085+0.019*
F 18.829
P 0.003

A549-PLIM1-Napsin A 415 A549 415l A549-PLIM1 41 th#%, *P<0.01.
A549-PLJM1-Napsin A compared with A549 and A549-PLJM1, *P<0.01.
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J% A549-PLIM1 41 B I 3% 15 (P<0.01) (Kl 2 5K 1), 42
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A AT TGF-BL RN AB49 AN JEZS; B: 5 ng/ml TGF-B1 JIE 7 RIABIES .
Fig.3 Morphological change of A549 cells induced by TGF-B1(100x)
Morphology of A549 cells without TGF-B1 treatment (A) or treated with 5 ng/ml TGF-B1 for 7 days (B) were detected by invert microscope.
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1: A549; 2: A549-PLJM1; 3: A549-PLIM1-Napsin A.

Fig.4 The expression of E-cadherin and collagen type | detected by Western blot

1: A549; 2: A549-PLJM1; 3: A549-PLIM1-Napsin A.
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Fig.5 Effect of Napsin A on TGF- 1 induced A549 cells proliferation
A549-PLIJM1-Napsin A compared with A549 and A549-PLJM1, *P<0.05, **P<0.01.
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A: A549; B: A549-PLIM1; C: A549-PLIM1-Napsin A; D: Ziil 504 5#.
Fig.6 Cell cycle after stimulated for 7 days by 5 ng/ml TGF-g1
A549 cells (A), A549-PLIM1 cells (B) or A549-PLIJM1-Napsin A cells (C) were treated with 5ng/ml TGF-B1 for 7 days and cell cycle was
detected by PI staning. Stastics analysis was presented (D).
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7 3EHMEEMT BifEFRIE FAK Western blot Bk &
1: A549; 2: A549-PLIM1; 3: A549-PLJM1-Napsin A.
Fig.7 The expression of FAK detected by Western blot
1: A549; 2: A549-PLIM1; 3: A549-PLIJM1-Napsin A.
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Fig.8 The expression of FAK detected by Western blot
1: A549; 2: A549-PLIJM1; 3: A549-PLJM1-Napsin A. Compared with groups of before EMT, *P<0.01; compared with others, **P<0.01.
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The Effect of Napsin A Gene on the Proliferation in Ephethlial-
Mesenchymal Transition of Cell A549 and Its Mechanism

Shu-Hong Guan?, Jin-Xu Zheng?*, Qing Xu?, Yan Tang? Ji-Zhu Liu?, Xiao-Ting L0?
(*School of Medical Science and Laboratory Medicine, Jiangsu University, Zhenjiang 212013, China; 2Department of Respiration, the
Affiliated Hospital of Jiangsu University, Zhenjiang 212001, China)

Abstract A recombinant lentiviral plasmid PLIJIM1-Napsin A was constructed and transfected into lung
adenocarcinoma cell A549. Western blot assay was used to identify the stable expression of Napsin A protein.
Ephethlial-mesenchymal transition model was established in vitro by the A549 cells treated with transforming growth
factor beta-1. The cell proliferation was detected by MTT assay. The alteration of cell cycle were determined by
flow cytometry. Then the expression of focal adhesion kinase were determined by Western blot. This study was to
investigate the effect of Napsin A gene on the proliferation in ephethlial-mesenchymal transition of cell A549 and its
mechanism. In vitro experiment showed A549 cell line with Napsin A gene infection was constructed successfully
and Napsin A protein was expressed stably (P<0.01). Transforming growth factor beta-1 induced ephethlial-mesen-
chymal transition in A549 cells, as demonstrated by significant reduction of E-cadherin (P<0.01) as well as up-
regulation of collagen type | (P<0.01). Also transforming growth factor beta-1-inuced cell proliferation was inhib-
ited by Napsin A (P<0.05). Further study demonstrated that Napsin A can cause G,/G, arrest (P<0.01)and inhibit
expression of focal adhesion kinase (P<0.01), a key protein in integrin signaling pathway;, in vitro ephethlial-mesen-
chymal transition model. Sustained Napsin A expression in A549 cells can inhibit the ephethlial-mesenchymal transi-
tion-induced proliferation. This may be due to blocked integrin signaling pathway by Napsin A.

Key words Napsin A; A549 cell; ephethlial-mesenchymal transition; proliferation; focal adhesion kinase
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