o E R AE MR 4255 hitp://www. biother. org
Chin J Cancer Biother, Aug. 2009, Vol. 16, No. 4 <347 -

e
DOI: 10.3872/j. issn. 1007-385X. 2009. 04. 006 ¢ % ﬁm ﬁﬂ: ﬁ ¢

PEEME KR OVA66 B EMA B H FEE
, E

R HEAELRES EA LK FLEAMEY E S BER(L LEREBXFEFR AMEFKR
R EFHME, EiE 200025; 2. LAERBRFESFE LETREFHALH, EE 200025)

[ T HA: B A% A0 cDNA SO R3] 5 R A CHTIR OVAG66 BB S EHTIA, o TF 58 A W2 D e #2 it
FBE. 7V RN L7 pET32b-0VA66 T4 F ik FkL , 25 K HF B 5 3 ik OVA66 fil & 8 A, I Ni-TED 5
FUZHTEAR ST B Ai4L His-OVA66 Bl 68 1 5 RS MU 2438 B Fil 8 OVA66 HLTERERLA ; ELISA Al Western blotting %5 5 Hi
FEREDUIAN A P G 2 2 FEXT OVAG6 T PR TE AN S e vtk R AN A A S e 40 Ak 507 vk /P EA T T 40025 1
o S0 Rk T F A HAA pET32b-0VAG6 , -SRI FAlfL OVA66 Rl &8 1. 4 3R 15 kR /N Bl OVA66 B 3e [
LR AL B AN MR SF4 1 4G9 . PIRRANAE /I R BT 218 TeGl, 8% R « #, SEF0 1% 4X Ka 43518 2. 96 x 10" F1 0. 4 x
10" L/mol , 9] 25 (V43T 25 5 b7 W 3 S R AS ) A 0 D 22 7 5 W AR BT A X T L2 SR 4T L e 3 55 S R 3 =2 4 LR 4G OV A66
(K , 5 F4 3 T3 1 S 2 UL A R IR 2 b OV AG6 T3k . G510+ il 4 10 bk A S 9 /15 BRL OV A66 SR 7 B 1
FASTEAMMARR , Rt — 5T OVAG6 A Wy Rk A PR IS FH 255 T 36AlL

[ KR ] MIEAHSCHLR ; OVA66 ; BATE PR ; JFA% K3k T 4lifk ; ELISA

[ FESZES ] R392.11;R730.3 [ CEErERD] A [ XEHE] 1007-385X( 2009 )04-0347-06

Preparation and identification of monoclonal antibody against tumor-associated
antigen OVA66
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[ Abstract ] Objective:To prepare and characterize monoclonal antibody against tumor-associated antigen OVA66, so as to
provide effective method for further studying the biological function of OVA66. Methods: Recombinant pET32b-OVA66
plasmid was constructed and transfected into E. coli BL21 ( DE3 ). His-OVA66 fusion protein was induced by IPTG and puri-
fied through Ni-TED affinity chromatography. Hybridoma cells stably secreting anti-OVA66 monoclonal antibodies were pre-
pared by hybridoma technology. Biological and immunologic properties of monoclonal antibodies were determined by ELISA
and Western blotting. The prepared antibody was applied in immunofluorescence, flow cytometry and immunohistochemistry
procedures. Results: Recombinant pET32b-OVA66 plasmid was successfully constructed, and OVA66 fusion protein was
induced and further purified. Two hybridoma cell strains secreting OVA66 monoclonal antibodies were established by hybri-
doma technology and named as 5F4 and 4G9, respectively. These monoclonal antibodies were characterized as IgG1 subclass
and kappa subtype with affinity constant ka being 2.96 x 10" and 0.4 x 10""I/mol, respectively. Preliminary data showed
that these antibodies acted against different antigenic epitopes. These antibodies could be used for the detection of OVA66
expression in immunofluorescence and flow cytometry assay, whereas 5F4 could also be used in immunohistochemistry assay.
Conclusion: Two hybridoma cell strains secreting monoclonal antibodies against OVA66 have been successfully established,
which facilitates further studies on biological functions of OVA66 and its potential in clinical application.
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Fig.1 Induced expression of OVA66 fusion
protein in E. coli BL21
1-3: Three different clones before induction; 4-6: Three

different clones after induction; M: Marker
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Fig.2 Identification of purified OVA66 fusion protein

1: Anti-His antibody; 2: Rabbit polyclonal antibody; M: Marker
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Fig.3 Specificity of antibody in supernatant
of hybridomas as detected by Western blotting

1,3: Empty vector; 2,4: OVAG66 fusion protein; M: Marker
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Fig.4 Identification of antigenic epitopes
of 5F4 and 4G9 McAb
1,10: OVA66F13; 2,9: OVA66 Fr2; 3,8: OVA66 Frl;

4,7: Consensus protein; 5,6: OVAG66 fusion protein; M: Marker
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Fig.5 Detection of OVA66 expression in Hela cells by
immunofluorescence using 5F4 and 4G9 McAb ( x400 )
A: 5F4 McAb; B: 4G9 McAb; C: Normal mouse serum
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Fig.6 5F4 and 4G9 McADb specifically interacted
with OVAG66 as detected by FACS
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Fig.7 Detection of OVA66 expression by immunohistochemistry using 5F4 McAb ( x400 )
A, a: Rabbit polyclonal antibody against OVA66; B, b: Normal mouse serum against OVA66; C, ¢: McAb 5F4
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Fig.8 Detection of OVA66 expression in HeLa cells by

Western blotting using SF4 and 4G9 McAb
1: 5F4 McAb; 2; 4G9 McAb; 3: Normal mouse serum; M: Marker
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