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Competitive ELISA
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Abstract

Title Establishment of Competitive ELISA for the Detection of Chloramphenical
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A quantitative immunoassay for chloramphenicol was optimized using
competitive enzyme-linked method. The chemically conjugated chloramphenicol-
bovine serum albumin was prepared, détermhed and subjected as an immunogen in
rabbit. Hyperimmune serum containing polyclonal anti-chloramphenicol was
subsequently obtained. The characteristic and quality of rabbit polyclonaj antibodies
were evaluated using certain immunological techniques i.e. ELISA and Western
immunoblotting. To establish the immunodetection, chloramphénicol-conjugated
ovalbumin was synthesized and coated to the ELISA well. The binding of specific
rabbit anti-chloramphenicol antibodies to solid phase-bound chloramphenicol was
competitively inhibited by free chloramphenicol in the standard or sample to be
assayed. Antibody not displaced was indicated by using a commercially available
enzyme-linked anti-rabbit immunoglobulin preparation and reacted with added
TMB/H,0; substrate-buffered solution. The amount of chloramphenicol presented was
inversely proportional to the measured absorbance. Consequently, the assay sensitivity
was 10 ng/ml with the linearity from 10 to 1280 ng/ml. The successfully developed in-

house detection svstem will be useful for screening of consumable food products.




