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Proto-oncogene c- Chl Promotes the Degradation of EphA2 Receptor
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Abgtract The product of proto-oncogene ¢ Chl has been proved as a new ubiguitin ligase (E3) of RING
finger type for ubiquiti n-proteasome pathway. Some sudies reported that ¢ Chl exerted the negetive regulation
to receptor tyrosne kinases and non-receptor tyrogne kinases by pronoting their degradation. Eph receptor is
the larges subfamily of receptor tyrodne kinase , but understanding of the activity regulation to this sutfamily is
quite poor. It has been demondrated in our previous sudy that ¢ Chl could negatively regulate the activity of
BEphA2 with an unknown mechaniam. In this communicetion , it was shown that ¢ Chl mediated degradation of
EphA2 dter it was activated by the ligand binding. It was d shown that EphA2 was repidly degraded in
reponse to the ligand dimulation, and this degradation could be blocked by MGL32, an inhibitor of
proteasome activity. Based on this reault , it was proposed that ¢ Chl might serve as E3 to mediate the
ubi quiti nation of EphA2 and pronoted its degradation in proteasome.
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Fig.1 The gimulation of ephrin-Al-Fc induced repid degradation of EphA2
(A) HCT116 cdlswere cultured in McQoy s5A -10 %fetd bovine serum, and starved for 6 hoursin McQoy s5A -0. 5 %fetd bovine serum
before gimulation with 14 g/ml ephrinAl-Fc. Lysatesfrom cells harvesed at indicated 20 time &ter ephrin-Al- Fc was added. 50U g lysate
per lane were sparated by DS PACGE for the Wedern blotting examining of exresson o EphA2 with anti- EphA2. The presence of
phophonylated EphA2 , were detected by immunoprecipitation (1P) with anti- EphA2 and immuroblotting (1B) with anti-phogphotyros ne
(4Q10) .
(B) The qudified result of the Wegern-blotting with sftware of NIHimage
2.2 C-Chl EphA2 , cChi-70Z
EphA2 ) cChl RING finger
HCT116 , ) cCo 5 17 , cCol B2
(dominant negative mutant) c-Chl-70Z , B3 , c-Chl-70Z
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Fig.2 Pronotion o the degradation of EphA2 by ¢ Chl
(A) HCT116 cellswere trandently trangected with the indicated condruct were cutured in McQoy s5A -10 %fetd bovine serum. 48 hours
dter trandection, cellswere garved for 6 hoursin McQoy s 5A -0.5 % feta bovine serum before gimulation with 1 g/ml ephrin-Al-Fc.
Lysates were harvesed 30 min. dter ephricAl-Fc was added. Cdl lysstes (50 P g/lane) were sparated with DS PAGE and
immuroblotted with the indicated antibodies to examine the expresson of ¢ Chl and EphA2.
(B) The qudlified resuts o thefirg and sscond pand with software of NIHimege
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Fig.3 MGL32 prolongs the exigence of active EphA2

(A) . HCT116 cdls endogeroudy expresing EphA2 were cultired in McCay s 5A -10 % fetd bnving serum, and garved for 6 hours in
McQoy s 5A -0.5 % fetd bovine serur and pretreated with 50U o/ L. MCL2 for z hours before the gimulation with 14 g/ml ephrinrAl-
Fc. The concentraticin of MSD in hoth treated and control celis was kept under 0. 05 %. Cdl lysates (50M g/lane) were separated with
DS PAGE and the e:qre:son of EphA2 was detected by immuroblotting with anti- EphA2.

(B) The qudlified result of the Western-blotting with software of NIHimege
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