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Effects of Anti-NRP1 Monoclonal Antibody on Cell Proliferation Migration and Apoptosis of Melanoma
B16F10 Cells

LU Sha LI Zhe WANG Xianiang WANG Shengyu YANG Yun LUO Fang-hong WU Ting YAN Jiang—
hua” ( Cancer Research Center of Medical College Xiamen Unversity Xiamen 361005 China)

ABSTRACT: OBJECTIVE To investigate the effect of anti NRP1 monoclonal antibody ( NRP1 mAb) on melanoma cell BI6F10
proliferation migration and apoptosis and explore its mechanism. METHODS Western blot immunofluorescent and immunocyto—
chemistry staining were applied to determine the expression of NRP1 on B16F10 cells and its xenotransplanted tumors by NRP1 mAb.
The proliferation migration and apoptosis of melanoma cells were detected by MTT assay the scratch test and Annexin V-FITC/PI
double labeled flow cytometry after administration with different concentrations of NRP1 mAb. The expression level of some signal mole—
cules was measured by Western blot. RESULTS The purified NRP1 mAb has high purity and specificity. B16F10 cells and its xe—
notransplanted tumors highly expressed NRP1. NRP1 mAb inhibit the proliferation and migration in a time-and dose-dependent
manner ( P <0.05). Moreover NRP1 mAb induce apoptosis of BI6F10 in a dose-dependent manner ( P <0. 05) . The results of
western blot revealed down—regulated expression of p-Akt p-ERK1/2 Bcl2 and caspase-3 and up-regulated Bax expression in
B16F10 cells treated by NRP1 mAb. CONCLUSION The purified NRP1 mAb can effectively inhibit the proliferation and mi-
gration of BI6F10 and induce apoptosis. Meanwhile the changed expression of the proteins suggests that NRP1 mAb may inhibit
cell proliferation and migration by ERK1/2 and PI3K/Akt pathway and induce cell apoptosis by Bcl2/Bax/caspase-3 pathway
consequencely playing antitumor role.
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Fig. 1 SDS-PAGE Analysis of the mAbs after purification
M - protein marker; 1 — BSA; 2 — purified NRP1 mAb; 3 — ascites
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and confocal immunofluorescent analysis ( C) for the binding

specificity of the mAbs with NRP1
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Fig. 3 Morphological changes( A x200) and proliferation( B)
of B16F10 cells treated with NRP1 mAb. n=6 x x5
NP <0.05 2P <0. 01 vs controls
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Fig.4 The migratory morphological changes( A X 200) and
migratory index ( B) of B16F10 cells detected by the scratch
test. n=6 X *s

P <0.05 2P <0. 01 vs controls
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Fig. 5 Morphological and apoptotic index changes of BI6F10 cells by flow cytometry analysis( A) and nuclear fluorescent staining
(B x400)
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Tab.1 The percentage of cell apoptosis of B16F10 treated with NRP-4 mAb and the correlation analysis. % n=3 x s
Groups Control 100 pg * mL~! 200 pg * mL~! 400 pg * mL ™! r
Early apoptosis( Q3) 1.54 £1.35 13.63 1. 842 17.00 +2. 652 38.93 +4. 15%) 0.975%
Late apoptosis( Q4) 0.23 +£0.20 3.50 0. 42 7.12 £5.571) 23. 60 +0. 602 0.9392)
NP <0.05 2 P<0. 01
Note: ) P <0.05 2 P <0. 01 vs controls
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Fig. 6  Expression of p-Akt pJRK1/2 Becl2 Bax and °
caspase-3 protein detected by Western blot NRP1 mAb
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