REYES#HE www.shengwuyixue.com Progressin Modern Biomedicine Voll5 NO.2 JAN.2015 - 213 -

doi: 10.13241/j.cnki.pmb.2015.02.003

R AEIR p120ctn I NililfAE: AS49 dikkiFa s *

AEKR X\ HEF O RER OmERS
(P EIEE I D222 WL & & £ 266003)

TEE B 2T A pl20ctn 45 AS549 itk AR A pl20ctn & & f2 A8 & & Fodb A8 A2 P 44 A L ik B 5T A1, ¥
pcDNA3.1 % %[44 % 35N Flag #7209 % 55 5 7)) , 13 3] pcDNA Flag % ik 24k, %KJ& PCR ¥ 3 pl120ctn 44 % 5% 57 , 35X Flag #%
% F 7, M3 pcDNAFlag-p120ctn fi4s, §f it [a bk 58 5F 3 A7 B bo 2oml 5 %52 . A A g 4k Lipofectamine 2000 4% pcDNA.
Flag-p120ctn JiT 45 4% 3 2\ i & 4m B AS49 il id G418 i i A7 B) A8 2 45 3¢ dm IOk , o JE B 4 2k #i] p120ctn w9 K ik . ZE R KM
32T RRAA Flag 47 449 pl20ctn A Az KX H AR5 5 8] AS49 F, %z épad 5 R AW pl20ctn & & /£ AS549 2m it o & 2 ik
ZEiL AR ME TR KK pl20ctn 49 A549 4m iR, HIRABT R pl20ctn AR A A A et PR EM LT T A
B

FEET: p120ctn; M ; AS49 fm kB8 2 B Ak

HE4SZEE:Q291;Q78;R734.2 XEAKRIAAE:A X EHES:1673-6273(2015)02-213-04

The Construction of Human Lung Adenocarcinoma Cell Line of A549
Expressing p120ctn*®

BI Chuan-Iin, LIU Hai-yan, HAN Cui-fang, ZHANG Xin-ling, GU Yu-chao"
(School of Medicine and Pharmacy, Ocean University of China, Qingdao, Shandong, 266003, China)

ABSTRACT Objective: To establish a stable A549 cell line over-expressing p120ctn through pcDNA3.1. Methods: First, a DNA
fragment encoding Flag-tag was synthesized. A p120ctn gene was cloned by PCR and inserted into the multiple cloning sites of pcDNA3.
1 to construct the plasmid pcDNA.Flag-p120ctn. The vector was identified by enzyme digestion and DNA sequencing. Secondly, we
transfected pcDNA.Flag-p120ctn into A549 cell by lipofectamine 2000. Then, stable transfected A549 cell line expressing p120ctn was
established after screening culture by G418 and was identified by Western blot. Results: The plasmid pcDNA. Flag-p120ctn was
constructed. Stable transfected A549 cell line was established and p120ctn was over-expressed successfully. Conclusion: We successfully
generate a stable A549 cell line expressing p120ctn which sets a cell model for further research into the genesis and development of
human lung adenocarcinoma.
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F| pMD-18T # 14 ,PCR % 5E iy FHHM: (& 1), Mo 3k /5
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gh R PCR SERERY 2800 bp By S LR p120ctn
FER, H IO AR

Ml M2
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1 p120ctn EEFE 52 &
Fig. 1 The gene cloning of p120ctn
* ¥ . 5K M1:DL15000 DNA marker; #ki& M2:DL2000 DNA marker;
7Ki& p120ctn; pMD-18T-p120ctn B PCR £,
*Note: Lane M1:DL15000 DNA marker; Lane M2: DL2000 DNA marker;
Lane p120ctn: PCR product of pMD-18T-p120ctn.
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Fa 1457 Flag bR%8 11 p120ctn FLA%FRIBBTRL,
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IR A549-ctr], A549-p120ctn FEAETE MY Flag 4545 , X Ui
A549-p120ctn A] IF5ARN A A Flag 7325 H p120ctn [, A
B S A549-p120ctn 4 g th i pl20ctn [ K T &
AS549-crtl Xf IECZ0 B 9 5.8 A% o DL b &5 R UL WA E
A549-p120ctn 4fi iy AT LA %2 7€ & R 3k #57 Flag A1 28 1Y B IR
p120ctn, SEHL T p120ctn 7E [l 40 A h it B2k (18] 3),
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pcDNA Flag
p120ctn

2 p120ctn BLA BRI E
Fig. 2 The recombinant expression of p120ctn
* 3 : ki M1:DL15000 DNA marker;iki& M2:DL2000 DNA marker;
#K18 1:pcDNA Flag-p120ctn #) Kpn1#1 EcoRV WESHILE
*Note: Lane M1:DL15000 DNA marker; Lane M2: DL2000 DNA marker;
Lane 1: pcDNA Flag-p120ctn was digested by Kpn I and EcoRV.

ctrl

pl20ctn

Flag

pl20ctn

GAPDH

3 p120ctn BFRiE
Fig. 3 The expression of p120ctn
* ¥ : WB #:ll p120ctn FEXTERZHBEAN p120ctn i & 5% A s 240 AR o 9
FIEER , Hh Flag R T F A1 Flag Hifk . p120ctn RFF B p120
#ifk, GAPDH R &% F#1 GAPDH #iff,
*Note: The protein of p120ctn was detected by western blotting in stable
cell line with antibody: anti-Flag, anti-p120 and anti-GAPDH.
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