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A disintegrin and metalloprotease 12 (ADAMI2) is implicated in the ectodomain
shedding of heparin-binding epidermal growth factor-like growth factor (HB-EGF) in
epidermal growth factor receptor (EGFR) transactivation. However, the activation
mechanisms of ADAM12 remain elusive. To analyze the regulatory mechanisms of
ADAMI2 activation, we performed yeast two-hybrid screening using the cytoplasmic
domain of ADAMI12 as bait, and identified PACSIN3 and a novel protein that we
designated Eve-1. The interaction analyses between ADAMI12 and PACSIN3 or Eve-1
were performed by using Glutathione S-transferase (GST) fusion protein and revealed
that the proline-rich region (amino acid residues 829-840) of ADAMI12 was required
for the binding to them. Knockdown of endogenous PACSIN3 and Eve-1 by small
interfering RNA (siRNA) in HT1080 cells attenuated greatly the shedding of proHB-
EGF induced by TPA and angiotensin II.

Based on these data, these identified proteins play a role in positively



regulating the activity of ADAMI12 in the signaling of angiotensin II- and TPA-induced

HB-EGF shedding.
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MEBIINETIT, LA O RN IE AR O I RE 5 g
D—DTdH 2 IEELH 0 EFER T HB-EGF OMEENS DY EEL (ot >
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MR R A TG 2 EAEZRFET 572012, ADAM 12 ORIFIH K X
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L&D —75. Bve-1 I 767 DY 2 J B 572 5 EHE T C-RIRMEIIC SH3
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DT Ot HEOS THME 2 RT3 ET. T0tT > UEi#E ADAMI2 O
T EERE QAT TEETH 5, AMRICBWTHE L2 ADAMI2 D
AL Z H# % 2 DD4F PACSIN3 & Eve-1 13, O HIlAOER R DS F
WREZHONICTDEODERERRATERLI DD EMETE S, 515,

PACSIN3 & Eve-1 IZDWT, X552 1ED 5,

WrFAER
MR R

1. Motonari Tanaka, Seiji Mori, Daisuke Nanba, Hiroshi Ishiguro, Koichiro Yoshino,
Nariaki Matsuura, and Shigeki Higashiyama

Identification of ADAM12-binding Protein Necessary for Ectodomain Shedding of
Heparin-binding Epidermal Growth Factor-like Growth Factor

B7 6 HAAE{ZFEARES  (HEE. 2003)

2. Seiji Mori, Motonari Tanaka, Mayumi Uragami, Daisuke Nanba, E1ji Nishiwaki,
Hiroshi Ishiguro, Shigeki Higashiyama, Nariaki Matsuura

SH3-domain containing protein PACSIN3 binds ADAM12 cytoplasmic domain and
modulates ectodomain shedding of HB-EGF

BT 6ME HALEZEARE  (HEE. 2003)

mERE
1. Tanaka, M., Nanba, D., Mori, S., Ishiguro, H., Nishiwaki, E., Yoshino, K.,

N.Matsuura and Higashiyama, S. Ectodomain shedding of heparin-binding EGF-
like growth factor is regulated positively by ADAM12-binding protein Eve-1. J. Biol.

Chem. revised.



