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Preparation and identification of a 9B9 monoclonal antibody specifically
targeting EGFRvIII/EGFR

GAO Hui-ping” , JIANG Hua”, WANG Hua-mao, LI Zong-hai “( Cancer Institute of Shanghai, Shanghai 200032, China )

[ Abstract ] Objective:To prepare and identify monoclonal antibody specifically targeting epidermal growth factor receptor
( EGFR ) and ( or ) epidermal growth factor receptor vIIIl EGFRVII ), and to investigate its inhibitory effects on human hepa-
tocellular carcinoma Huh7-EGFRVII cell- and epidermal carcinoma A431 cell-implanted tumors in nude mice. Methods:
BALB/¢ mice were immunized with 3T3 cells stably transfected with EGFRvII ( 3T3-EGFRvII ). Immunized spleen cells
were fused with myeloma SP2/0 cells, and anti-EGFRvIIl monoclonal antibody positive hybridoma cells ( named 9B9 antibod-
y and 9B9 cells, respectively ) were selected and identified by ELISA. The specific interaction between 9B9 antibody and
EGFRvII/EGFR antigen was detected by Western blotting and immunofluorescence assay. Huh7-EGFRvII cell{ human hep-
atocellular carcinoma Huh7 cells stably transfected with EGFRVII ) and epidermal cell carcinoma A431 cell-bearing mouse
models were established and were divided into PBS group, Cetuximab group and 9B9 antibody group. Then, anti-tumor
effect of 9B9 antibody was examined and compared with those of PBS and Cetuximab. Results: A monoclonal antibody,
named 9B9 antibody, was obtained by hybridoma technique and it reacted with both EGFRVIIl antigen and EGFR antigen as
detected by Western blotting and immunofluorescence. The inhibitory rates of Cetuximab and 9B9 antibody against Huh7-
EGFRVII cells-implanted tumors were 42% and 46% , respectively, and those against A431 cells-implanted tumors were
85% and 86% , respectively. Conclusion: 9B9 monoclonal antibody can effectively inhibit the growth of human hepatocellu-
lar carcinoma cell- and epidermal cell carcinoma cell-implanted tumors, and the effects resemble that of Cetuximab.
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FITC -4k IgG-HRP . ' Hi - 1gG-HRP Iy H Sigma
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SRAIE,3 ~4 d 5, /0N B R BRI Ak BT, B 20 Ff
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TE PEG 4 000 EH Fi#EA7Rl 6. RS 40 MR BT
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TR
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Wik 4 CHMAIR . WHEFE 7 d WS 4 M 3 ik
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W 1 AR, IR AV =1/2ab(a H
KA, b AR )T g (B, 15 45 2 0% e A=
Ktk WBITEASE RGBS, B e Of
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1 Western blotting 25 7E 9B9 #1{&5 EGFR
1 EGFRVIIEME &
Fig.1 Identification of interaction between 9B9 antibody
with EGFR and EGFRVII antigens by Western blotting
1: Huh-7; 2: Huh7-EGFR; 3: Huh7-EGFRvIl ; 4: A431
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Fig.2 Identification of interaction between 9B9 antibody with U87 cells expressing
EGFR or EGFRvIIl by immunofluorescence( x400 )
A: U87-EGFR; B: US7-EGFRvI; C: U87
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B3 9B9 HiFIMH4RER Huh7-EGFRvII B EEH 4K
Fig.3 9B9 antibody inhibited growth of
Huh7-EGFRvII implanted tumors in nude mice
*P <0.05 vs PBS
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4 9B HUEINFIARER A431 BEEHEK
Fig.4 9B9 antibody inhibited growth of A431
implanted tumors in nude mice
"*P<0.01, "P<0.05 vs PBS
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EGFRy IIT 41l #% FE 83 49 3853 501 46 % F1 42%
250 9B9 X [a] if % 35 EGFR F1 EGFRv Il # Huh-7
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F6) firh g 00 TR L 3, i 9BO HUAR R REAT R TG
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