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Effects and mechanism of Ln542 on SGC-7901 cells’ invasion and migration
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[ Abstract |
migration in SGC-7901 cells. Methods Four groups of gastric cancer SGC-7901 cells were studied, including

Objective  To observe the effects and possible mechanism of Ln542 on the invasion and

an Ln5v2 chemotaxis group, an EGFR interference group, an empty vector group and a control group. After
Ln5+v2 chemotaxis of SGC-7901 cells, cell numbers passing through the Transwell membrane with or without
Matrigel glue were observed. The concentrations of MMP-2 and MMP-9 in the cell buffer were tested by ELISA.
The cell skeleton changes of the four groups were examined by laser co-focal microscopy. Results The num-
bers of cell passing through the Transwell membrane with or without Matrigel glue in the Ln5+2 chemotaxis
group were greater than those of other groups (P <0.01). However, the numbers showed no difference after
EGFR interference (P >0.05). MMP-2 and MMP-9 contents in the EGFR interference group declined obvious-
ly. The structure of cell skeleton was faintness and the formation of pseudopodium was reduced. Conclusion
Ln5+2 improves the invasion and migration of SGC-7901 cells. The possible mechanism is Ln5y2 binding to
EGFR, then changing the cell skeleton and reducing MMPs secretion.
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N B 95 4 i SGC-7901 (v [E B2 2 b ¥ 40 L it ) , pGCisi-
shEGFR 20 B kL  pGCsi-GFP B kL ( g5 Bl A " it&
Ji) , Transwell /N2 ( 3% [E Corning Costar /A 7] ) , Matrigel ( 3 [E
B&D Biosciences &} ) , MMP-2, MMP-9 human ELISA KIT96T
i85 A (R A4 ) |, Phalloidin-FITC | B-tubulin ( 3¢ [# Sig-
ma AT, N8 B g 2 Y4k 5] Lipofectamine™ 2000 ( 25 [E In-
vitrogen A ) , BEEHE S AU ( BIORED A #] ) .
1.2 Fik
1.2.1 {KHMSEL LoSy2 Domain I A BE LnS~2 BYTEMER4Y
4 Domain I F B, AR #i% Ln5~2 Domain I3 H 751, H A& 3
2 15 51 % : ENPDIECADCPIGFY NDPHDPRSCKPCPCHNGFSCSV-
MPETEEVVCNNCPPGVTGARCELCADGYFGDPFGEHGPVRPCQ-
PCQCNNNVDPSASGNCDRLTGRCLKCIHNTAGIYCDQCKAGYFG-
DPLAPNPADKCRACNCNPMGSEPVGCRSDGTCVCKPGFGGPNC-
EHGAFSCPACYNQVKIQMDQ, ¥ i} 5| #): LAMC2d3 | . 5'-
GGATCCGAGAATCCTGACATTGAG-3', LAMC2d3 R §j%:5’-CTC-
GAGCTGATCCATCTGAATCTTCAC-3", i Bt K/NHK 567 bp, #E4T
JE RIS R W HEAT B, KBk Trx K S-Tag #7%%, 7]
B R R 2210 His AR5 gk f7 4tk
1.2.2 Zufadsge HIEAIH SGC-7901 T 10% Jif 4+ i i
() DMEM $5373 5% CO, 37 CHiFRMh AT & 1 e
TR, BERR 2.3 Rk 11K,
1.2.3  JRkifEYy JHNEBifA Lipofectamine™ 2000 #4 pGCsi-
shEGFR B X 1 1) 28 484K BURLES Je A\ B a4 SGC-7901 , #% %
R 1 d BOSH0E K919 SGC-7901 41 2. 5 x 10° A Fh T B2
35 mm FEFRL, R T A SGHAZE D DMEM 5328 (% 10% Jif
) o K H BRI 2 70% ~90% il £y , 4518 F 4R AR it
WIHATIR G, 4 G418 400 png/mL ik 3 J& )5, FHva e sr 4k
HTEREMATY KIEFR R E .
1.2.4 (Z&TFLE B ISR LnSy2 XF SGC-7901 41 iy
AL AE o 56 5 40 AE Transwell /NE T 2 M A 6 ng/ul
Ln5v2 Domain Il ,/NE FEIMA 1 x 10° N0, A4 3 A
fLo BEE 24 bR/ NERUE, I EERE E 30 min, R ARAERE S min,
JKUE, PTG 15 min, K Pk, PR 28 B4 A 2 o M6 1) 40 J, Bl
BLTBE T T 24 0 5 AT, 180S0 B 40 i 5, T2
¥, Transwell {22852 5 . Transwell /NE IR F = 5% 105
DMEM Fi B¢ ) Matrigel B2 24 50 we//INas, i 45 4 9 /)3 JH 4541
LRHRGT 1 h ZRTE AT IA D> R T I 35 R, KAk, R
A BE[A] Transwell SR SLE, X ML FE Transwell /NZE T2 B
A 10% BSA-DMEM B Fi , HAR 9290 A5 F RS2 42

S T HFSE Ln5~2 ik SGC-7901 Ay ml REL I, SO 5256 21
N YL T pGCsi-shEGFR ) SGC-7901 41 ffd i) EGFR + 441
R YL T 28 R s AR A, O 5 R R) B, & U5, B ML T 45
T ET A G S AR, TR IR AN M K, IR 34 B4
L

1.2.5  Ln5+2 X} &40 s MMP-2 1 MMP-9 1) 51 e
IR ZEIT AL S, TR S92 W B S g6 ( ELISA ) A6 1 75 &
 MMP-2 FT MMP-9 (W3 i, W4 3 ALy B 9% B, 2
D BRANMLRE R, #52 B8 ELISA 57 & AY 3V E Ul I X 40 A 5 9% 1
TH WA TR , 7 il EBC 6 928 A A B U 492 mm I Y OG5 B2
H[D(492) 1A | o AT b3 o S Ak i B D (492) {H 21 Hh A v
Mk ARHEAE T 0y D (492) fE A6t £k b2 0 AH R i) MMP-2
MMP-9 4
1.2.6 BOCHREDMEWSAMEREL 3 Hak
S P 25 B T 4 R FE M AR 4 45 95 6 h, B4 I8 Phalloidin-FITC
(5 pg/mL) Fil B-tubulin(1: 100) 257 1 W] 5 47 i 22 L U8 R
FEPECY A, HhE A e B T HOE LR £E W AH5E (Leica TCS NT
TEE) T,
1.3 %itsa®

THEVEILL & + 5 378, R ] SPSS 10. 0 Geit 4k i, 17
IR R 8 N 7 2 430 B TR 3R 2693 #0T
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2.1 A#HiEFHEE

SGC-7901 4l ffs % BE2H . LnS~2 #afk.4H \EGFR T4k 2H Fi1 23
BRARZH 2F 3 U8 B A M E 43 00 (110 £ 15) [ (128 =20) .
(20 £8) (116 £15) ,EGFR T4 S5 HAh 3 HAHEEFH S
P E (P <0.01,8 1),

P S EIRAR i e 0 F R .,"'%.; X
B o (RIS N S o v 2 it D,
A3 P2 ;B EGFR F4R40;C . InSy2 #4040 ;D & B ARk

E1 TRIEZHEIBWE LnSy2 3t SGC-7901 #LiEF
B ( x200)

2.2 RIMREEER

YEFF SGC-7901 4fifif) , % FB 4 . Ln5~2 #afk4l .EGFR T
PELE N2 A 20 2 375 i JE 4t B 4 B 43 500 R (78 = 11) L (90
13) (13 +£5) (69 £10) ,EGFR T 5 HoAh 3 4 LA 2 RA
Beit2E L(P<0.01,2),
2.3 MMP-=2 f= MMP-9 %% &1k

LnSy2 fEF T SGC-7901 4ufiJ , EGFR 4t 41 41 iy 2 wh ik
o MMP-2 MMP-9 5 4 % BE 20 B S /> (P < 0.01) , 55 3 dA
HEXRA R T R 25 (P>0.05), W&,
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A5t B4R ;B EGFR F4£48;C:LnSy2 A 4028;D; & &4k
B2 FEBEFHLEHE LnSy2 3F SGC-7901 E3IEFH M
( x200)

oy

#£1 Ln5y2 3f&4H SGC-7901 Hfa 4k FH IS4 ik MMP-2
MMP-9 R3EHEWL (ng/mL,n=8, x £s)

205 MMP-2 MMP-9
X HE 20 186.16 +48.22 211.53 £40.75
EGFR T4 72.19 +£40.55% 58.29 £42.872
73 AR 213.45 £50. 17 241.26 +48.72

a: P<0.01,5m@arbs

2.4 wmReEREA

LnS~y2 fEH T SGC-7901 M Jim , 25 AR L A0 M i 22
SERTEI DL BUR 20 B R B OE R, S X B T 2
S0 T EGFR ZHANMI i 22 B8 5 R, Dy 2 T8 B el />
TR (E3) .

A s B E 25 M) B EGFR T4 B 45 My Co xd BB A0 i 22 45

#;D: T EGFR 41 2 %4

B3 HAEREBRIBEWE LoS+2 {EARRAM EGFR T4
SGC-7901 B ERETH  ( x2000)
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Laminins B[} 24435 8 & — 4007 T 38 i PR Y 35 i
JRBEE T, 5 A0 MRS B A ¢, BT & B Laminin 58
AL 14 AR, B AR o By IR, 7
ANFE LA TAS R B A RE , a0 ks B 1T
® 5 B K AAE T LamininS & Laminin 5805
B— TR oy By oy, B AL, B — 5 AN 7] 9
SR A AR, 4350k LAMA3 (184 11.2) \LAMB3 (1q
32) .LAMC2(1q 25 =31) "7 WF5% & B AE JLFP
JiE A A= ZE T I = 238 LamininS |, REHIZ B 1Y v, W54
07, 2L S5 e B e A A 2 Y (4 g 7R
AT R B e 2 i PP Bk R B e Y L (H LnSwy2 7
1R ZERTT B I s 240 e rh s R A B SO AT E

ARG KB LnSv2 i 349 H g SGC-7901 4 fig &
AR SEZEMECE W S TR, iR R
PAETH EGFR M5 L T LnS~2 5 5 19 B i SGC-
7901 4t &R SR BN EH 5X A LA
W E2ER . UL LnS~y2 X 15 9 40 M 4% 52 e AT 8 J2
AR Y EGFR 2K L IRE/EHIAY . LnS~2 150
F14) %% DomainsIl . IVAIV , H:rp Domain Il £ & F 75
TR AERK T (EGF ) A2 2L )7 91, 1 928 48 it
) EGF f§0E m #8 8h , 7 ZLIRIE 1 sh Py i Al v i 52
F, JFHEFRIK EGF Z K51 Z MM BB AAR
a2, AL 4G /0N 20 it Jes 7L AR 98 L 5 i R0 AT A R
O RFAIRATIACH LnSy2 2 ik B 9 40 e 1T 7 #
{RZET e AR SR H R I EGF RE T & F5IMEH T 41
e & i) EGFR,

2 WF 5T & PLAE 40 EGFR A2 3 40 i 175 i
T, Ln5+2 X H % SGC-7901 21 i (1 4 i 5 5 R 25 v ik
rh MMP-2 1 MMP-9 {52 ma 4 K, EGFR 3L 41 24 fifd
AN = I NI O o TS 5 0 Al R = B
MMP-2 1 MMP-9 ¥ & B} & 4K T X% HE 20 Fn2s 48R 4
UEHH Ln5~y2 X B @ 4 M2 AR 28 (0 5% i 7] 5 2 38 1
5 EGFR 32 AR BAE FH , 2 17 52 ) 240 Bl 15 20 2 HE A 3L
J 4 SR B A (MMPs ) (94330 o B b4 Laminin 42
JirIRg A AL A28 B I ML 0T BB 2 : OIF5-  Jirs 4 i iy
BB AN 531 s QX e 4 i HL A #a 4k % ( chemotactic ) I
i fil 4 (haptotactic ) , fi 11 I8 40 i i #% ; @Lamininifs
AT 5 45 ol i 5 e 200 S A/ 355 S5 O M o A it 4R 2B
Laminin 54L& 20 AY , 76 IR (R B 5675 b K1 AE
FHARTR], H ELRPL A A Redt— 25 .
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