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[ Abstract] Objective: To observe the impact of H89 on the cell migration and the protein expression
of fibronectin (FN) in MCF-7 breast cancer cells and its relationship with calpain2. Methods: Estro-
gen (E2) and protein kinase A (PKA) inhibitor H89 were used to stimulate MCF-7 cells and CANP2-
shRNA transfected model cells in logarithmic growth phase respectively. Cell migration and FN protein
expression were measured by wound healing test and Western-blot method. Results; Compared with
the control group, the cell migration rate induced by E2 increased significantly after H89 pretreatment
(P <0.05), and the expression of FN protein increased significantly after E2 combined with H89 (P
<0.01). After gene silencing of calcium-activated neutral protease 2 (CANP2) , the cell migration of
H89 group and E2 + H89 group decreased significantly (P <0.01), and the up-regulation of FN pro-
tein in H89 group and E2 + H89 group was significantly inhibited ( P < 0. 01 compared with NC
group ) . Conclusion; PKA inhibitors can significantly enhance E2-induced cell migration and FN pro-
tein expression in breast cancer cells, which can be reversed by CANP2 gene silencing.

[ Key words | breast neoplasms; estrogen; protease inhibitors; fibronectin; cell migration; calpain 2

[ HETHE ] FNEREIT - SUNERRFRECE TR [ RS LH(2015)7317 ] BEEK ARBFAHE4TUE (31360252, 31660345 )
A EMEE E-mail :1157102188@ qq. com
P2t B A] : 2019 =07 — 18 R 2% M i3l « http : //kns. enki. net/kems/ detail /52. 1164. R.20190718.0039. 010. html

792



7 3] ERAESE PKA il

FRUE MECR R P LR 20 0 2T 3 2 1 2k v i/ P R HIL

calpain 2 F| BRI & 2 PR WL HGPE IR, Horb
2 70% N MEBLF (Estrogen, E)) fRHEIME" . E, A
AL AR Al R G AL R AR KR B S5 A BRI RE M
TR REEEAEM R E T E, W fe itz
BB . E, W LU U
ZHRE PN S 5 R IR 15 ( cyclic adenosine monophos-
phate, cAMP) 3§ 2, M1 005 25 1 388 A (protein
kinase A ,PKA) , 7% 1Y) cAMP/ PKA 48 m] Hih .
AR o AT RS BOR , £F 3% 8 1 (fi-
bronectin, FN) ft 2 5 {2 it L I 965 40 10 ) 50 1 A7
S AL 1 R S A B R A T P R 1
( calcium-activated neutral protease, CANP ) J&§ T
Ca® " I 14 2F bk 20 26 1 G /K i 5%, Fim 4 T
AR PEAE SRR SRR e o SR, 6T PKA 2
i CANP 25145 E, {5570 7L, H Al
KE AW, ASHEFE L MCF-7 41 Jfl #1 CANP2-
shRINA %% L4 i 4y 452 20 4 i, >R JH 45 101 65 55
IR 1 6928 B 35 52 55 55 07 125, WE4¢ PRA i 5] %
E2 553 3L gm0 L i 7 F1 FN B EH R IB R
i), [ EEE I 5 CANP (12 &, W BFFT B2 fie#E 5L
Jo e R R AR B SR L BRI AR i

1 #EITTE

1.1 AP
L1140 & Jalfl AFLIRE 40 & MCF-7

W A b R B B B AN, DMEM B 55 56 iR
FIl N7 %5 R /55 % R A 3¢ [E HyClone 24w,
G4F I 75 (fetal bovine serum, FBS) 4 H Gibco
VNS
L1.2  Hifk e & ERA5] 17 8- [ (17 B-estradi-
ol ,E,) 7T Sigma 23w H89 (PKA il 7)) iy F 25
ZRAEYEARAT BT FN calpain2 B gREHLIA i
GAPDH $i{&H Santa cruz /A 53K, EH0/ R 1gG-
HRP Hrikil 7 s+ 528 /], CANP2-shRNA %
TE G ORI A 9 75 F ) 24 FRAS w4 A1
1.2 AFLEME MCF-7 4
L2.1 giffeisss AL 40 il MCF-7 SR H]
DMEM Eiss g3 (5 10% FBS 1% HEHEEMN 1%
HERR) L TE 37 C M 5% CO, Z00 T W MR 3%, Fi
20 R0 85 5 3k 90% W HEA TR ARG 5% .
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27 X (P <0.05), H89 4 MCF-7 41l 24 h
B, Al MCF-7 4 ()34, 5% 4L L, iF
FoRIANN T (20.41 £1.46) % , 5 A G #E X
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Fig.1 Effect of H89 on E2-induced migration of MCF-7 cells
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Fig.2 Effect of H89 treatment on the expression of FN in MCF-7
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Fig.3 Expression of CANP2 protein in CANP2-shRNA transfected cells
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Fig.4 Transfection of sShRNA CANP2 reversing the effect of H89 on cell migration

H L% CANP2 3 £ H89 18 41 i % 0y & vl

795



M OBE R OR R

44 3%

2.2.3 H89 #jI{] CANP2-shRNA #£3t MCF-7 4 iti
PN %A H89 i/ Al T CANP2-shRNA
gy MCF-7 4iffl, 5 NC 41 Fb# , FN B 35 B
Wb A R AR I R (60.52 £4.99) %

CANP2-shRNA
CANP2-shRNA

ZFAGIFRL(P <0.01) ;H89 5 E2 LA fi
JHE, 15 NC 21 He A, CANP2-shRNA 543 MCF-7 4
LAY FN 3 A (81,75 £4.26) % , 25w A
Gt EX( P<0.01), WES,

%

= 2007 - \C
I CANP2-shRNA
1504

100+

W

(=]
—_
—_
~

relative protein expression

[

H89 E2+H89

XA, P <0.01
H'5 H89 xf CANP2-shRNA # % MCF-7 48 i FN & & %k 4 69 %
Fig.5 Effect of H89 on the expression of fibronectin in cell line of CANP2 gene silencing
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cAMP-PKA 1,5 I % 5 55008 40 MU i) 1288 . TEASBIF
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