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IFN-y ELISA
Preparation of Monoclonal Antibodies  Against
Recombinant Bovine IFN-gamma and Development of
Sandwich ELISA for Bovine IFN-gamma Detection

12

LI Chuan' TAN Ya-Di' > CHEN Ying-Yu' HU Qiao-Yun' MA Yan' ZHANG Gui-Rong' QIN
Bo' CHAO Yan-Jie' CHEN Huan-Chun'? and GUO Ai-Zhen' **

1 430070

2 430070

1 The State Key Laboratory of Agricultural Microbiology ~Wuhan 430070 China

2 College of Veterinary Medicine  Hubei Provincial Key Laboratory of Preventive Veterinary Medicine ~Huazhong Agricultural University ~ Wuhan 430070 China

IFN-y BovIFN-y  ELISA PHA
RNA RT-PCR BovIFN-vy ¢DNA pET28a
IPTG 18kD BovIFN-y BovIFN-y
4 BovIFN-y A7 A10 G6  GIO
IsG, 1:2" x 100 ~ 1:2" x 100 Western-blot 4
BovIFN-y  ELISA 4 BovIFN-y Ag85B ESAT-6-
CFP-10 GM-CSF Al10 HRP
IeG BovIFN-y ELISA 2ng/mL
IFN-v ELISA
Q78 A 1000-3061 2007 01-0040-06

Abstract This study was aimed to establish ELISA for recombinant bovine IFN-y BovIFN-y detection and provide a new
method for diagnosis of pathogenic infection. The total RNA was isolated from peripheral blood leucocytes cultured with PHA
mitogen stimulation. Then bovine IFN-y BovIFN-Y gene ¢cDNA was amplified by RT-PCR and cloned into pET28a to obtain the
expression plasmid designated as pETBovIFN-Y. The pETBovIFN-Y was further transformed into competent E. coli BI21 cells
and a 18kD His-tagged protein as expected was expressed after IPTG induction. By using purified recombinant BovIFN-7 as

antigen and lymphocyte-hybridoma technique four hybridoma cell lines which stably secreted monoclonal antibodies against
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rBovIFN-Y were generated designated as A7 A10 G6 and G10. The immunoglobin subset was identified as IgG, . Western-
blotting analysis and ELISA demonstrated that the monoclonal antibodies secreted by all the four hybridoma cell lines could react
specifically to the recombinant BovIFN-7  but not irrelative proteins such as Ag85B ESAT-6-CFP-10 and GM-CSF  suggesting
that the four hybridoma cell lines were rBovIFN-7 specific monoclonal antibodies. A sandwich ELISA was established by using
A10 secreted monoclonal antibody and rabbit polyclonal antibodies against BovIFN-y HRP labeled goat anti-rabbit IgG. The
results indicated that the sensitivity was 2ng/mL. This sandwich ELISA to detect BovIFN-Y paved the way to develop a sensitive

method for specific infection detection such as bovine tuberculosis diagnosis.

Key words bovine IFN-y  BovIFN-y  monoclonal antibody ELISA cloning expression
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