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[ ABSTRACT] Aim To explore preliminarily the change of migration ability of human umbilical vein endothelial cell
(HUVEC) after injury and its relationship with vascular endothelial cadherin ( VE-cad) and p120 catenin ( p120ctn).
Methods HUVEC was cultured in MEM culture medium, and was divided into control group and injury group. The
change of HUVEC migration ability was detected by Transwell experiment. Expression levels of P120ctn and VE-cad pro-
tein were determined by Western blot.  Location expression change of VE-cad was detected by immunofluorescence assay.
Mutual combination of P120ctn and VE-cad was detected by Co-immunoprecipitation. Results Transwell experiment
showed that the migration ability of HUVEC was the strongest in the 6 and 8 h after injury (P<0.05). Western blot results
showed that p120ctn and VE-cad expression levels of HUVEC were significantly up-regulated in the 6 and 8 h after injury.
Immunofluorescence assay showed that VE-cad was localized from cell membrane into cytoplasm after HUVEC was injured.
Co-immunoprecipitation confirmed that P120ctn could be mutually combined with VE-cad. Conclusion The migration
ability of HUVEC is enhanced after injury stimulation, and its mechanism may be related to that elevated p120ctn carries

VE-cad from cell membrane into cytoplasm, which leads to loss of VE-cad expression on the membrane.
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SR K i A8 B ROR © AR IR R B, 28 5T
R 3 ik /v A K ( percutaneous coronary intervention
PCI) & AR 7 e AR 3 Dk 585 A A5 Ak 0 JIE S 1)
SETB (AR 3 ol I 5 P B 0 483 0 e BT A
RAE S A 5 FEBEAE (restenosis, RS) B XU, ™ 5%
W EE TS Bl RS BJEH R ALH A 2,
NN Ok R TIN 1K 0 AN =i e e
(vascular smooth muscle cell, VSMC) H4%H | Ifil 3 B #4)
KT 5 LS ERAE 1 ey 4 A A S g B 5 i 24
PR PR R A P B 5% 8 1 (vascular en-
dothelial cadherin, VE-cadherin, VE-cad ) +& N JZ 41 g
BB a0 R MR S N R A
TSI BB I 42 1) i B A 1 TN B A0 A S P S
L BT 47 N B0 R0 58 B S 2 5 A AL
M 5E SN VE-cad IR RETHT 2P (5545 Tl 2
R FE M N R A0 ) A S A A 42 5 10 i 3R 3k
B RS R B A A I BT AR AR X s
WS PR B EEMEMY . EREA
p120( p120 catenin, p120ctn ) B AN 24556 & H &
ARG DD RE b 2 PR R A 2 —  TE FL 3 )
A, p120ctn FYAZ O I RE L8 8 15 55 55 2 11 Y
HRLAEE G5 % I figk R 52 v A T B ) 8 G B 0
U0 g A AR P 4, A A0 R T 2 B A R
VR EEEEAER, A E M, pl20cm
JE ST VE-cad Ml N-cad (& FER52E 1) M &
FEVET VSMC B it A8 PRy B 240 T 65 86 A1 1
JE VE-cad & p120ctn 755 5 K ¥ P Bz 40 fd i
Foad Rt b e $4 HEAR {H BARAL R BF 52 4 20
AR AE W) A TR VE B # K 9 B2 20 Y ( human
umbilical vein endothelial cell, HUVEC) i1} Z J& if
#iue A VE-cad 1 p120ctn BYEH

1 #efFarik

1.1 ¢HpasEss

HUVEC 1§ & b4 e & Rk B T ATCC 4
ML, B4 10% s 4 & pH 7.4t DMEM 3% 3% 3|
& 37C.5%CO, tafmig EWEREFE R, U
0.25% R B H A R, R E & 10% k4 ik |
pH 7.4 t DMEM ¥ = R Fmp A £ W . = K#
W1 K, HIE 3~8 R4 IHAT LR,
1.2  Western blot

H# HUVEC 2 xt A fn 48 15 41, st B4 &
10% 6 4 M 7% A 430 & & By DMEM 3% 5% 47 47 40
T A (4 mmol/L K T %5 B 4 ) K i 3% 3% 2= H 4

FIER 6.8 h, Yk & W4 40 i, hm N B AR T B
KB B R B8 (49C 12000 r/min) 15 min, 32 B
FREEAERA,FDHRERNERAKRE, 8%
SDS-PAGE %t fx #. ik, & B &4 60 pg, % 0
p120ctn \VE-cad ,B-actin(220 mA .2 h) ., 5% it i 4
WEHFE 2 h, #m4% pl20cn (1 : 1000, BD /A &) .4t
VE-cad(1 : 200, Cell Signal /A 3 ) . #T B-actin (1 :
1000, # 1y &M F] ) ,4C I T ILR, 24 5 2t 5B
ZH(1 22500, F A AFAE)25CHEE 2 h, ECL
R, FREH s k8RR 2 A1 L Chemi Im-
ager 5500 # | Alpha Innotech 28] , % )l & ,
1.3 G®EEINE

o B 3t PR A ARG 448 B, dm N NP-40 2 A R
ZUE 2 M, IR OB B B L (4°C 12000 r/min) 15
mn, BRRLFHAEEE, 2 HEELFEHER
Input ( B J& 46 Z& & #) , 4 #2 \ Protern A+G ( B %
) # 1gG, 7k £ FH 2 h, 1000 r/min .5 min % &
LK ERESR G AR E 1gC EIMNEE
IgG , B A F % An N & & pl20ctn Fofk, ok E 37
A7 Jm N3 & Protern A+G, vk B4 4t 78 ;1000 1/
min .5 min & & B IE , Ar N\ i & 2xloading buffer
(Ao &), # K% 10 min, £ & A F Western
blot A& .
1.4 RERLE

e 24 FLIR 4N 8 € A, 4 HUVEC 4 % %t
PR RO 4B A T 24 FLIR,37°C .5%CO0, B4
WK 24 h, B 24 A, RAFERLE 4S5 RF
B[ £ 15 min,PBS 3% 3 %, % X 5 min,0.1% Triton
& Fl 15 min,PBS 7 3 # , % /K 5 min, IE % L 3 1 /&
HA,FRTHRESNHE 2 h; FE L, Bm—i
(VE-cad,1 : 50), 38 & } 4°C 1 7 ; PBS i 3 &, &
K5 min, ¥ St Ap FITC ( # TRITC) 4718 =47 (1 :
100), £ T8 & NEHE 2 h; PBS %t 3 #,% K5
min, 3# X4 DAPL 7 2 % 4%, £ 8 T # & 5 min;
PBS %t 3 Wk, 4k 5 min, ¥ 40 H € Bk B, H
Radiance 2000 # ot 3£ % & & # 4 (Carl Zeiss /2 7],
FE)HATHEREDH R,
1.5 Transwell SE5&

¥ LI A BEAT, 4 2% F& 4 f i By DMEM
EritEgampf, MEmEEKE N 5.0x10° AN E
Fr, 100 L 2o f B N EE F (FLE 8 um;
Costar 7] , £ [E) , TZE A 600 wL & 20% fit 4 i
JE B DMEM 3 3% 2, 37°C \5%CO, 1% 4 o 5 5 24
h, 24 h E R R FHRE K/NE A PBS it 3 %, f
EBREE/NE LR E W E M KT EEE 15 min,
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PBS 3t 1~2 #; A ARE L E 15 min,PBS % 1~2 i ;
1% 3 B A 2t B R AR TE 10 ming 5 08 F 8, 5
TAEWMIAE, BHH R £, P EREH K, ML
HI 10 ML T 400 & 5 THE ML T
KWW EM,EE 3k, MM,

1.6 FitsiR

Bi il SPSS 17.0 45 it & # 3 47 2k 45 2 AT,
Transwell 203 & Fl ¢ 4 %, P<0.05 X 7 % 4 it %
EL

1. 5 %1% 6.8 h /5§ HUVEC T HIZT{L (400%)

2 # R

2.1 {GRBE HUVEC FBENHETL

FRATT I FH Sl 4R B TG M 3 K 35 B4R b 0440 A 1
YEHF HUVEC,iEZ:H5 5% 0.1.2.4 .6 .8.12 .24 h, il
7 Transwell #:00 % ¥ HUVEC $i15i 6 .8 h 51T # g
J1geE A i (P<0.05; & 1),

0h 6h 8h
B i

a j P<0.05,5 0 h i He#5,

Figure 1. The changes of HUVEC migration in 6 and 8 h after injury stimulation (400x)

2.2 HUVEC #1155 p120ctn 5 VE-cad EERIEK

FH Western blot 4351l & HUVEC #ifjiJ5 0.1
2.4.6.8.12.24 h p120ctn 5 VE-cad AYHE 1 #ik K
SE, &L HUVEC #1453 6 .8 h p120ctn 2 VE-cad ik
ARSI VA () 2) , k5 HUVEC #8455 i % ik
TR A s T A — 3

0h 6h 8h

VE-Cad “
B -catenin |m

B 2. 7 {5 R Xt HUVEC H p120 71 VE-cad AR IEH
I
Figure 2. Effect of injury stimulation on p120 and VE-cad

protein expressions in HUVEC

2.3 HUVEC {55 VE-cad IE I RKIZT{
R g5 AIE S, HUVEC 2883453 15 VE-cad
(= E Sy, & T e I TR Rt OB e > A=A kS

PUT Haam 3 AP 4 A EOF &, AT, AR 0] B
SEHE Y VE-cad 92 7 & A T 248 AT 3 80T 4
MEFSRE T A BG 58 , T 2, AT i S e 245 R
Kl 2] VE-cad 78 HUVEC #1453 J5 th 40 B I 5% A 20
I (& 3)

DAPI Merge

& 3. #5745 #%3% 6.8 h J§ HUVEC VE-cad BIE L FRiAZTL
Figure 3. Changes of VE-cad location expression in 6 and 8

h after injury stimulation in HUVEC
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2.4 HUVEC H pl20ctn 5 VE-cad HE&&

FATE 0 5O BRI & B HUVEC 2454
IS p120ctn Y E {57 R 240 Ff B2 5 2 448 3 K 240 P
¥, i R SIS 45 AR SE  p120ctn Al VE-cad )25 1
TREAEA 3 % [F]— B[] 4 R 508 5 VE-cad FH 48
R HEE A% 7% 380 240 JE 3R, TR ATT A 02 5 Y p120ctn
¥ VE-cad 5858 7 M3, T2, AT H S e 3t
VUVEIESE p120ctn 15 VE-cad FHE.Z5G (K 4) ,
WIRATREIN , HUVEC #5445 5 VE-cad 195E fi & A4 742
A AT BES2: R Bk p120cn A A 40 M0

Input 1gG p120ctn

p120ctn . ' w ;

VE-cad

& 4. %% i iF 38 HUVEC A p120ctn 7] L F1 VE-cad
HELZE

Figure 4. Co-immunoprecipitation confirmed that p120ctn
could be combined with VE-cad in HUVEC

3 3 i

H T PCL & A TRTT TR 2h Bk AR R L0
R 2 B, {0 RS 1 & AR AT 7™ B B2 ) R 3 T
Ja s RS S B AR T AL R o 4 i I 0 A2
ZPH VW9 © LIRS Z Rl 7 76 RS i
FErR S T O EE R R ¢ RN E A LR
iE R - (AnZmp - g B ) VR B R SR, IE
SN IKRE B P R A 3 A AL, AL N
Bz A ST L0 B R 2T i 20 i, H b g e e i
(450 S I BER VR IE RS KAt sh R &

VE-cad Fl p120ctn 7555 R N K 40 i 78
R REE RN, NEHRASS 5 0E
AR, I VR A R S 2 ) XL 1) A% B B
T BRI O B, S 5 R A Rk
£ 6 1) 286 BFF ST T UL 200 J 0 5 B R 34 B I A RE 1Y
KA WA TFAERE , N R 4 s o) g
T BT P B 40 M ) 3 1 A 2548, TR 2 VE-cad
BT EEEEMAMEA, VE-cad &N K41 55
BB BB NS5 N Al A
TE B B4 1 e B AR ) P B A B e S R S R A T
Bk T A4 P e 4 1) 5 38 M R R 4 4 B R A 1 o

HEMEHN  VE-cad IR REIH T Z R0 {5 5 5% T B ke 52 i
DAL R A ) A S R HE A 2 5 B3 1 38, G A
TERS AR R i A I T AR, 2 5 19 il 4 i i
PE,IFS 5N A K SR ET T

AWFF R, VE-cad 7EYNMIAE [ 52 i e 1k ok 4t
For 40 6L [0 119 85 B B P9 B2 400 B 1 5 2 M, VE-cad 1T L)
RIS & O 9 2 A7, pl20ct
—HAOA N RS R O E 2 F M TR b R
PR 2 —  FEMFL S P i M T, p120ctn FAZ 0
T fi 2 Ak I 19 55 286 2 1 0 RS A G2 e O i R 5 i)
M b AAS R (YRR IR O it S A5 A R
Sh4G, 7 A M ) 2 B Y RS e Pk b R P A T OEAE
FAYO T VE-cad 18 i H M 45 F 3K 5 p120ctn
F1 B-catenin BHEER HE 1 45 A8 W0 T 26 B 3% 42 1) 3
ARYPLEEMT . BAWFIEUESE, p120ctn i 53 97 15
VE-cad Fll N-cad #F 1 & #E 1515 VSMC K I P B2
ARl A BB

FEARSEIG Y FRATT B 2 g FH R A0 R T I T K 5
FEXT HUVEC #1740 03 J , i 223597 01,2 .4.6,
8.12.24 h, i@ 1L Transwell SL56% L HUVEC 144 6 .
8 h J5iF B BE ) fc ok, LA B B) A AR RS AR T S
HUVEC 65 )5 H BLER B I om0 4, vl e 5 46
516 .8 h J5 PN B 4 i [a] 14 8 B AR 0 B R R A G
VE-cad J& N 57 41 i 5 5 PE 45 36 8 11, p120cn A2
SE VE-cad MEZEF T, GAHME BIR,
FLBEE AU /D | B p120ctn B NS 40 if A8 455k
B, R 2 HUVEC 4% 6.8 h J5 VE-cad Al
p120ctn [YEE 1R IKIKFA B T3RAT T A AL
Il Western blot 4 % B HUVEC #1415 6 .8 h J&
p120ctn & VE-cad £ [ 3RIAZKF- W1 8 1A, 2 ie 1
2 6L R B 1 7 2 5 SE RS AR I N R R (TR AT
SIS AR B BN 7 p120ctn F1 VE-cad T} & (I [A]
AL AR RE BT B, RS,
20 e P e M B 8 B S A B Y B R T
XK, FIEFNEAMINBEAM S EAMRBEER X,
IFH 5 HE M UIAH G, AT — 2P B e e ¢
N ARk B # VE-cad 78 HUVEC 81475 Rii J5 A9 & 7
Ak, B HUVEC 455 )5 VE-cad 5 {57 H1 20 i B %
B, WA T /N B 20 0E 52, 7E HUVEC
YiJ5 p120ctn 207 IR & A A8 Ak, vh 40 i IR 55 25 40 g
AN, FRRATH MR AT REZH T VE-cad 5
p120ctn AHZ5 &, FHE B p120ctn #5747 VE-cad i A
YL 3%, 1 L VE-cad FBE 235 BRI S 5L
HUVEC [iER B8 S 158

H A, 65 I A8 P9 R 40 1 B BIL ) A A 5 2D
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SRR —TAIE 5T IS A1 o 14 2 1 2 o
P2 B RE T 1Y) 2R GEARE R R 403 2 i A = 98 3 P B
HRMLIT AL ROBLE] , 45 P B A28 R 23 Bk T
AP REIER ™ B2 FFFE A P B A A
AT JpReAT B T3] T ff AR A A 0 R L sl gt )
A= W] A9 AT D AR A, I E — 2548 7% 1 A8 P B2 4
IR (50 FHLA
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