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Construction and identification of human ETV4 deletion mutants
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(Teaching and Research Section of Biochemistry and Molecular Biology ,Chongqing Medical University;
Molecular Medicine and Cancer Research Center,Chongging Medical University)
[ Abstract]Objective : To construct ETS Variant 4 (ETV4) truncated mutants and to investigate their role in colorectal cancer cell
growth and migration. Methods ; Based on our previous constructed ETV4 vector, ETV4 deletion mutants that containing different con—
served domains were constructed ; ETV4(1-339) and ETV4(340-484). Each mutant function was analyzed in colorectal cancer cell
growth by CCK-8 kit. Each mutant function in colorectal cancer cell migration was detected with wound healing assay. Moreover,
each mutant function in EMT was further measured by qRT-PCR. Results;CCK-8 assay showed that mutant ETV4(1-339) didn’t
promote cancer cell growth whereas mutant ETV4(340-484) and wide type ETV4 evidently promoted cancer cell growth. Wound
healing assay revealed that mutant ETV4(340-484) and wide type ETV4 promoted colorectal cancer cell migration. Further qRT-
PCR analysis showed that mutant ETV4(340-484) and wide type ETV4 were able to alter the expression of ETM markers whereas
mutant ETV4(1-339) could not. Conclusion :ETS domain of ETV4 is indispensable in ETV4—induced colorectal cancer cell prolif—
eration and migration, which is probably related with EMT.

[Key words]ETS Variant 4 ;transcription factor;colorectal cancer;cell proliferation ; migration
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R915.5’-TGGGTGAATTCGGGCTTGTT-3"
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2 d KGNS 2H Ao (8, FEAG 6 d AN 3 Ji7 , 7EHCTL16
AR 5 AT R L, R R 2 ETVA (1~339) Ayso o TH
ToI AR (8 3B) , 4K 4H ETVA (8 3A) SR ETV4
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JRUSEFE 17 R CCK-8 R 235 ETV4(1~339) #4550 i
Empty f9 HCT116 438 1% 0 LA &% CCK-8 #ailll %1k ETV4
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AR 2B R ETVA X285 B EMT isgm, frhigit
T EMT #9519, FIFHE & PCR AN T EMT A3 S92 0748
AEREB, WE 5 B, S50 B ATEE  ETV4 Kt k)5
F AN bR R E-A5 AL (E-cadherin) B35 0 i TR,
Empty 41:1.005 +0.013) ; 4 ETV4 41.:0.318 = 0.049 (P=
0.001), i [H) bR #EREH 7= (B SA) L4576 %
(N-cadherin ) #i5 & Empty 21:1.022 + 0.260; 4K ETV4 41

3.469 + 0.821(P=0.000) ; JEJEZE 1 Vimentin 635 Empty4 ;
1.012 £0.019; 4 K ETV4 4 :2.492 +0.228 (P=0.002) LA &
Twist (55 5 K1) ik i Empty 41:1.001 + 0.060; 2K ETV4
2 :2.422 +0.324(P=0.000) , iX L 25 5L B 7R ETV4 7] LUfE F
HCT116 4l EMT 5678 . 54K 40ML, #06 &k 4 ETv4
(340~484)H E—cadherin | %, N—cadherin , Vimentin Fl Twist
kN (K SC), Hod E—cadherin 26353 4 Empty 2H .
1.005 +0.013; ETV4 (340~484) #H :0.479 +0.070 (P=0.003),
N-cadherin &35 4 Empty 2H ; 1.022 + 0.260; ETV4 (340~
484)#H :2.374 + 0.068(P=0.008 ) , Vimentin Fik 1A Empty 41 :
1.012 +0.019;ETV4(340~484)%H ;2318 +0.152(P=0.003) , Twist
Tk TN Empty 41:1.001 + 0.060; ETV4(340~484 )4 :1.836 +
0.184(P=0.002) ., Mi#EM AL ETVA(1-339) 45 Fl EMT i
AR (] 5B) , X 5 APRBUZH Z B A L) B — 2,
MBS T ETS S5 Rk i AR EMT AR #2810 AR A 58, i f
B T ETS S5k i) A8 1 EMT A5 28 AL ) F4s K ETV4
20, LA ESERARR AR ETVA At EMT 375 4054 # g
Myt ETS S H iR & 2 mrER

CCK-8 CCK-8 CCK-8
25 a :]]?:r';l{)]lz 1.5 - Empty 2.0 a = Empty
20 = ETV4(1~339) s = ETV4(340~484)
£ £1.0 El
g 15 2 1.0
< 1.0 < 05 <
0.5 : 0.5
0.0 0.0 0.0
02 4 6 8 0 2 ‘ 4 6 8 02 46 8
i1 (d) ikl (d) FHF (d)

CCK-8 Kl ik 4K ETV4 55 Empty (5 HCT116 4HAERAFETE A CCK-8 Kl ik ETV4 (1~339) 56 7k 5 % i
Empty ) HCT116 45715 5L & CCK-8 Kl Zik ETVA4(340~484) 5% HE Empty ) HCT116 21478 15 5
a:P<0.01
3 AEEIEETEERIXMAME CCK-8 Kl R 1

24 h

48 h

340~484

4 FREEEERERABEKIIRER
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Empty 55K ETV4(340~484) A H ) mRNA 557K F
E—cad#/R E—cadherin, N-cad /)5 N—cadherin
a:P<0.01
B 5 RIBEEEEREMAMERCN EMT 758

ETV4 2 ETS $ g K g i —Fh , AT LAY
i Pea3 5 E1AF, HETHIFX AL, ETV4 54K AT
RS XK EA KRR, FEX— T ETV4
RS R R B IE N SO/INVE BRI A5 R,
FAMEA IR ETVA 785 /NER LS5 R 5 ik
2R UL ETV4 B3 5 S & F 1, AR
SR R £ (ST R 0 ETVA o 7E 2 R i vh 2 91
IR, ANETA B LA R LA S Ak

SR SR, 12 SR DR AR 9 1 43T ML 1 AN B
B, PR AR TV 28 U Z5 A T A AN R 4544
B AR VAR AR, SR 5 XS [ 45 R 2 AT D e AU
45 RN ETVA A] LIRSS B Je 40 A 1S 58 A AT
%, 1M ETV4 1) DNA 255 450 5 (ETS 2544 5) 7F
ETV4 41 F AR 5 25 K 5 7% 7% ol A mT sl il 9 4
. 32bR b ETVA VRSN, — S 54 K
BB T LA by i S5 DR 708 1) S 0 366 DAL T 52
g AR SRR — Ol UL, Sk I DNA 45
B U R SR A B 7 X s A i SR
PR~ 11 B U0 45 ) Sl b R 0 0 DR T T e
LR AR LS SR B ETVA H 55 K7 ETS 45
PSR 2] S ETVA 2 KMPER i B & AD
X I AR BB F s AE T, X PRI BED] ETV4
FIREAAAE LT 8 U EAR, A B R AT S i
SR, ik S g5 Sl ik — 25 i B ETV4 {296 3 58
RS ML AL T 2 A

S I B A — PSR LA A e 440 B v Dk 1)
A7 ) HAh 28 B R i 7 | X — o R e A
FEAMELIR R R N 2 —, PR L 45 S B0
FET-H 90% 48 5 5 R A Qe A FRos , R[]
%44k (epithelial-mesenchymal transition, EMT) X} fif
SR ALY e A A R S R AR HEVE TR, I H NS E
SR Al R I R (e B 5 EMT A GRS,
WETARMFE R T ETV4 i ETS 4544 38 7] DL AR
VPR A0 S IR S — R T EMT A5
YR FEIRTE O, 255 A ] 1 SE T R A RS AR
R —2 0 TAERRSE A B3 i S PR R A
WU OGS L A S i SO R R R GG
DS Bl -1, TR0 G o T G e JL v 12 R o
FE ETV4 ZEE0I M . B2 AN ETV4 B 45
WS DIReET TR % 5508, h— L EUETV4
IR K SRR T N E R B A

2 % X B
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