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Effect and significance of ErbB2 kinase inhibitor AG825 on proliferation of

non-overexpression ErbB2 breast cancer cell
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[ Abstract JObjective: To explore whether there was activation of NRGs/ErbB2 ligand signal transduction pathway on non—overexpression
ErbB2 breast cancer cell in order to investigate the effect of activation and proliferation of NRGs on ErbB2 receptor signal transduction
pathway. Methods : Non—overexpression EtbB2 breast cancer cell MDA-MB-231 and MCF-7 were studied in the study. Growth curves of
the two cell lines were obtained by the trypan blue exclusion method. The expressions of neuregulin were detected by immunocytochemistry
and Western blot . MDA-MB-231 cells and MCF-7 cells were treated with ErtbB2 kinase inhibitor AG825, The effect of AG825 on the
proliferation was investigated by MTT assay to compare the different effects between the two kinds of cells. The intermediate concentration
IC5in 48 hours in MDA-MB-231 cells was determined. MDA-MB-231 cells were treated with 40 . mol/L. AG825 for 48 hours,and the
cell cycle and apoptosis were detected by flow cytometry. Results: Compared with MCF-7 cells, MDA-MB-231 cells presented strong
growth ability. MDA-MB-231 cells expressed a relatively higher level of neuregulin,and MCF-7 cells did not express neuregulin. In the
Western blot, the positive reaction band was found in 44 kD which coincided with the molecular weight of NRG in MDA-MB-231 cells.
When MDA-MB-231 cells and MCF-7 cells were treated with AG825,MDA-MB-231 cells were inhibited more obviously.The
intermediate concentration ICs of AG825 in MDA-MB-231 cells was 56.59 pumol/L. After MDA-MB-231 cells were treated with
40 . mol/L, AG825 for 48 hours, the cell cycle was arrested in G¢/G, phase (P <0.05) ,and the apoptosis rate was increased (P <0.01).
Conclusion:Our study indicated in MDA-MB-231 cells neuregulins could activate ErbB2 receptor signal transduction pathway by

(48 A 4545 (1982 ), %, Fi+ autocrine or paracrine action,which has relation to malignancy
B R A behavior of the cells with higher proliferation and lower apoptosis .
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41 2 - AR 40 e MDA-MB-231 \MCF-7 #4iff, i 4
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B DU EZEEA R, IO EEAMEE(MTT) : 2 H Sigma 2

Hl. AG825:3%[E Biosource 23 ) , neuregulin B AR
& . £ E Thermo 24 & , BUR i B ALY BEARIC M EHT B 1gG:
Santa Cruz A Bl (L E 424335 ), SPIXHFI& .DAB EY B
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121 #ifEsse  FLARJE4AM MDA-MB-231 & MCF-7 4
M HE SR T 10%:5 42 4 17 100 kU/L F 8 % .100 mg/L
BER W RPMIL640 B3R+, BT 37°C,5%C0, XM
1B ASAE P RS 3R

122 EPHEELRBRTHEARE B EAKEY
MDA-MB-231 4HfiF1 MCF-7 408, f5ACTH L I A B R
ZHEUR AR AERERE, a5 T 74 100 ml BiFEHH
W, ERIMECY 3.5 x 10° MM, BIMA S EERE. B
24.48.72.96 .120.144 168 h 4L 2 BR4AME, GBS R 1T
BOB AR, ARG SRET () A8 A AR , 40 BB AL BR i A
Kk, BE 3 K.

1.23  SP %t & 40 M 1k 2% i % ) MDA-MB-231 4§ it f1
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B E . SRA SP %, IR S BAEUL AT NRG EARE
ik 2E g 65, NRG B H TR EHUAR W TEWKE 1:40,1850
PBS X — PRI AL ZS 9 XT I, DAB B A5 #THRARE Y
HpRE SRR T IER
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MB-231 40U MCF-7 4iiffd, (RS 4RIk BE > 5 x 10° 4~/ml,
MDA-MB-231 4 i F1 MCF-7 40 jf 4 B 8 Fh F 96 FLIG 5
M, FEFL R 40 M B9 200 pl; MDA-MB-231 48 g X 50 %t
BB KN4 4E (AG825 SE I 40 A 4H (% 20.40.60.80
wmol/L 4 YRR ; AR 24 h 5 N8 ), AW 3 MEAT
Lo MCF-7 4Hfa iR %t B4 R4 (AG825 L5
4 20 (%% 20.40.60.80 100 wmol/L 5 /¥ HE ; 4H g 4
24 h J5INEY), BB 3 MBI, B 37°C.5%CO, RANEE
IFFANRE SR, R A S SIEFR 2448 h M T2 h BH L
#, BALIA MTT 20 wl(5 mg/ml) & T I 35 RPMI1640 200 yl
gketegt 4 h, iU S 2 000 r/min .0 10 min, 3 135, 7L
I 200 Wl DMSO &% 10 min, FABEFRMAE K 570 nm /Y
EME(Dan)o SLBER 3 W, BOPHIE, B YRR RN
B AR R BT (e 3 B AR AR A 3R 2R o TR A A K
HHIER =1-CINZH4H T Daro (R ML T Dery) x 100%, 1R
HEMHIZE, K MDA-MB-231 IR0k, o S 4L 058
KA
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1:2 000 PR IgG/HRP 37°CHH 2 h, A DAB B,
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