200626 (11) M T BERLK 224 0 SouthM ed Univ) - 1641

Her heufEN K BIR XK B O EEEHRRENHENERE

DAA TR, THRE 2, EKEF L, TEM (A BERARF ddr BERMBA,” & B AN EFH
BEE, )& ;M 510515)

HE.HHN WES Herheu BEAMNE —Z R IX &K EANX AN K85 IR X 3 AR A 30240 08 0 B Rk s idc, b
F A R RS A S M L, iR RTPCR PHIH 3N H MR B DNA, s pAdTack-CM V ZF R TR,
1 BI5183 4 i P [+ V5 T 21 2 B 4 SR, B B4R 1 7 U 293 AL , %€ o't {0 10 5 00 5075 15 Wk BXE S i A 4 (0, 9 56 7R 1
Rik W estem bt H M E H Y RE . HR PCR P T HUE K/ HMERN DNA R B, T 45 M GenBank
S8 A ANARE 9 B WKL U 293 AN LS B B 1 6 44 Wit B0, 4 (0,98 SR 2R 1 RN A 2B 1 8 8R4 65k L B B 1 1Y R R B UG O
BEIR UG B TR N, S5 Tl bR T 7E B AN P R 5k H e heu M AR B R IXER (116 RS 2 kA, R
Hex2 heu A1 Ko 5 58 X 26 (1 (9 D BEAIF 5% 42 43 T 4 ) 2k i

K Her heu HE[H 2K ; BE D on B 5 4 05 25

HEDES.Q78 X EkHRIRED A X E S :1673-4254(2006)11-1641-03

Construction and identification of recombinant adenoviruses containing the gene fragments

encoding Her2/neu extracellular and transmembrane domains

M A Shu-dong', LUO Rong-cheng',D NG Zheng-hua?, YUAN Chang-ging?, DING Xuein et

D epartm ent of O noology, N anfang H ospiat, D epartm ent of R adiation M edicine, stitute of TropicalM edicine?, Southem M edical Uni-
versity, Guangzhou 501515, China

Abstract: Objective To construct eukaryotic expression vectors using recom binant adenovimus containing the gene fragm ents
encoding Her2 fieu extracellular first Iigand-oinding dom ain Her2-ECD ), full-dlength extraceTlular domain Herk-ECD ), and
extracellilarand ttansm embrane domain Hex2-TM ). Methods The cDNA swere am plified by RT-PCR and inserted Into
chuttle pA dT1ack-CM V plagn ds. V @l plasn dsw ere obtaned from hom ologous recom bination 11 K.coli BJ5183, and trans-
fected nto 293 cells via liposom e. Fom ation of viral plaque and expression of green fluorescent protein w ere observed by fli-
orescence m icroscopy,  and the arget proteins w ere detected by W estemn blotting. Results The arget ODNA fiagm ents w ere
am plified by PCR w ith expected lengths and the DNA sequences w ere confim ed against G enbank . Fom ation of viralplaque,
expression of green fluorescent proteln and the target protens w ere detected in 293 cells transfected by the vial plagn is,
w hich show ed elevated expression of H ex2 heu protein w ith the increase of m ulbplicity of infection ™M O I). Conclusion The
eukaryotic expression vectors using recom binant adenovirus have been successfully constructed for expression of H er2 heu
extracellilarand transm em brane dom ains.
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Fig.2 Identification of the inserted DNA in
recombinant adenoviral plasmids encoding
Her2-ECDs, ECD and TM with Pac 1
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Fig.3 Expression of GFP and viral plaque formation on days 4, 7, and 10 in 293
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Fig.5 Amount of Her2-TM expression in 1x10° 293 cells
infected by recombinant adenovirus of different MOIs
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