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Establishment and Validation of a Fluorescent Tracer System

Based on E—cadherin Promoter

TAN Yongjun®, WU Dongli, YU Li, CHEN Yan
(College of Biology , Hunan University ,Changsha 410082, China)

Abstract: In order to trace EMT status of lung cancer A549 cells, we constructed a lentiviral plasmid carrying E-
cadherin gene promoter,which was co—transfected with packaging plasmids pVSVG and A8.91 into HEK 293T cells
to produce active lentivirus. Then the A549 cells were infected by the collected lentivirus , and the success of infection
was examined by flow—cytometry and Western blot. Afterwards, TGF—8 was used to treat the infected A549 cell, and
the expression of GFP and E —cadherin in those cells was detected by the fluorescence observation, RT -PCR and
Western blot. We found that after 48 hours of TGF- induction, the morphology of A549 cells changed from cobble—
stone to long fusiform. Fluorescence microscopy showed that fluorescence signal of A549 cells was significantly de—
creased in the induction group compared with untreated cells,and RNA levels and protein levels of GFP and E—cad-
herin were decreased as well. This indicated that the EMT tracer system was established successfully. In conclusion,
we established a EMT tracer system using lentivirus in the A549 cells, providing materials for further study of EMT
process of lung cancer.
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1.1

pLyx—EF1A-IRES-EGFP J 1,35 ki (pVSVG,
A8.91) A S5 38 A7 s HEK293T 2 il fifides A549
MG 1 ATCC; Xbal .Xhol BRI ¥E N I [ 25

Thermo Scientific A F] ; ClonExpress I One Step Clonin
W B RO AE RN W s EZ— trans YUKW B G
e R AT B2 A4S DHSa W H AL R
WA R A BRN ] 5 1kb DNA marker 14 BT A 4
R AR HTUK H Eppendorf A H]
DMEM #5352 501 [ GIBCO 2 7 ; a4 1M i (FBS )4
Hyclone 2% 7] 7 i s PBS 14 H Jb 50 4 & 2 #] 5 poly-
brene B 4554 H Merck ~Millipore 7\ H] ; B —actin
iR B abecam A s GFP BRI [ A T AW T
2w s Rabbit 904 H 35 = RAEWH AR A FE-
cadherin PRI FH cell signal-ling technology (CST)
5.
1.2 Ak
1.2.1 PCR # 3% E—cadherin X K 23+

FIFH NCBI #7481 E—cadherin BE 3T (=2 500
~ 100 bp) JF A, M H primer5.0 &1+ 5149, FiiF5]
M H 5°~GCAGAAATCCACTTTGGCTCGAGGATGAG
CCAAGAACTCTGCT-3", FUf5|¥H 5~GAGGGA-
GAGGGGCGCGCCTCTAGAAGCGGGCTG-
GAGTCTGAAC-3", LRS5435 At s Rl A4k
PIEARA PR w4k

iz FEBE R 40 S U] & $2 B HEK293T 4 fifd 2
BRI2H , I LUZSE R LB E T PCR, ROWAR R My
45 ul mix 8§, 1 ul AR, L FU#E519045 2 ul s 504
7:98 °C 2 min,98 °C 105,58 °C 10 5,72 °C 305,72 °C
5 min. N 58 BRI 1% 5 BEE 5 I HE 17 HL vk 25
min, (R EIFF G B B BeH DNA BEIRGR &
PEAF I, FH NanoDrop A& [F1HCHY DNA #eFE.
122 #MEEmeRmREREBIA

¥ pLvx —-EF1A -IRES -EGFP 12 5 5 %% /& 1
Xhol . Xbal PFRBR 44 DI AT BEED] , BV
1T 1%B S EE S FEL UK 20 min J5 , AT 1. R [m]
WG 2844 2 wl,DNA R B 5 pl, i 2 pul buffer 5
wl,ddH,0 6 pl,37 CHFE 30 min J& , VK EJHCE 5 min.
K 5wl FEREF=Pn A E] 50 wl B9 KT IRz 2
DH5a 11, 7K | 30 min, 42 CHE% 90 s, HMA 200 wl
LB ARG SR 5T 37 CREIRIRY 1 h, BGE = YRR
PSS TR NSRRI E L % 12 ~ 16 h. 58
TR, PRBCARTET 100 ul 1Y LB R FRHE 37 ClE SR
2 h, 1l SBAR, FET IRV PCR, BRI 45t B4
i
123 wmpaiEii

HEK293T ZH i Fll A549 20134 FH & 10%FF) FBS
F1 1% 0T (100 me/L 5 85 2 FEEEE 2 )Y DMEM 5%
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AR, FF RGOS AREY, DIAREGLY A549
YA A BT AR B 10* ARG BRI ) AS49 4l
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2 #£ R

21 EYERF
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2.2 E-cadherin EF F3IFRITIEREE
DL HEK293T JE R A1 ABARIAT per, & it
KRS 2800 bp A4y, [ 1 AT E A Skt L I
. ¥ pLvx—EF1A-IRES-EGFP 12 5 £ # A& JE 17 X
M2k 2 5, 5 B 0 R Bal i 3 e fk, PR
FyERE, BT IATE PCR %EE.
I 2

2 kb 2 kb

1.3:1kb DNA marker;2: pE—cadherin PCR 4] ;
3.4.5.6: 7% PCR 48
Bl 1 E-cadherin EF/E31F PCR FF#I R E%E PCR £F
Fig.1 Identification of PCR product and colony PCR

of E-cadherin gene promoter
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£, 4 pLvx—pE—cadherin-EGFP 5tk .pVSVG JFkr |
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A549 il , f74H A549—p—E—cadherin; I8 i i
MIACHEAT 00T, &I GFP B BHE 40 L 451 1 3]
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Fig.2 Packaging of lentivirus and determination of lentivirus tit
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Fig.3 Verification of successful infection

of A549 cells with Lentivirus
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17555 I8 i B 4% (x200)

- GFP
22 &3 A549
E20 *x & A549—pE-cadherin
< | B8 A549—pE-cadherin
; 15 TGF-induce
i .
- [ §
]
50
E—-cadherin
é 8 e A549
= > B8 A549-pE-cadherin
= 6 B8 A549-pE-cadherin
E TGF-induce
=4
2;2
L
=0

(¢)GFP Al Ecadherin mRNA 7K -6
A549 A549-pE-cadherin
= = T

TGF-8 (10 ng/ml.)

_ B_aCtin

(d)GFP F1 E-cadherin &5 [ 7K F-46
B 4 A549 20f6 EMT 7 324k £ 69 B&4E
Fig.4 Verification of A549 cell EMT tracer system
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