©
2018 2020

Elucidation of molecular mechanism on cancer invasion and vascular wall opening
by using hemorrhagic snake venom.
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The mechanism of vascular wall opening in diapedeses of cancer cells and
leukocytes is unknown. ADAM protease on cancer cell pseudopod and in hemorrhagic snake venom is
known to involve with vascular wall opening. We have already suggested cleavable receptor LRP6 and
LRP5 are involving with intercellular detachment on vascular endothelial cells. Here, we explored
binding receptors of hemorrhagic snake ADAM in vascular endothelial cells. Snake ADAM toxin strongly

binds to ADAMBP1, which antibody inhibit intercellular detachment on endothelial cells by the
toxin. Additionally, we showed the toxin also binds to ADAMBP2,3,4 and 5.
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(1) ProteOn™ XPR36
(BIO-RAD) 1
EDC-NHS
EDTA ADAM
( ApoVAP1 ) 25 ul/min 60 SPR
(2) ADAM
HUVEC HUVE MCDB 105 medium (SIGMA-ALDRICH)
fetal bovine serum (FBS)(BIOLOGICAL INDUSTRIES) 10 Lobb and Fett
(Lobb and Fett, 1984) FGF 70 ng/ml HUVEC
(Becton Dickinson) 1% 4cm 37 5%CO2
95% Air HUVEC PBS 1
PBS MCDB 105medium
0.1 % 48 250 pl
ADAM FBS
MCDB 105 medium Rabbit 1gG 5
pug/ml 1 VAP1 1pg/ml
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VAP1
50 pm
10 pm
8 um transwell (Falcon) HUVEC
1x104  transwell THP-1
Iml 15ml 0.2 ul 1 mg/ml Hoechst 33342 ( ) 10
700xg 3 10% MCDB105
500 pl 700xg 3 3 1.5x104
THP-1 100 pl MCDB transwell 700
ul  10% MCDB 700 pl 12 HUVEC transell
HUVEC 0.22 pm
(millipore) 10% MCDB105 700
ul
(3) SDS-PAGE SilverQuestT™M

Silver Staining Kit (Thermo Fisher Scientific)

100%

DTT iodoacetamide

25 ng/ul 100 mM 37 overnight
Ultimate3000 liquid chromatogram (Thermo Fisher Scientific) LTQ-
XL mass spectrometer (Thermo Fisher Scientific) LC/MS/MS

expect<0.001 FDR<1%
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