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Abstract; To establish a method for rapid immunological detection of Cronobacter sakazakii, a double antibody sandwich enzyme—linked
immunosorbent assay was tried in this study. The representative strains of C. sakazakii were used as mixed antigens to immunize mice. Four
strains of monoclonal antibodies (McAbs) against C. sakazakii were prepared by the hybridoma technique, with the titers being 1 : 128 000,
1:256 000, 1:32000 and 1 : 256 000, respectively. The titer of polyclonal antibodies ( PcAbs) titers was 1 : 128 000. To establish the
double antibody sandwich ELISA, the anti-C. sakazakii PcAbs was used as the capture antibodies and anti—C. sakazakii McAbs as detecting
antibodies , respectively. The optimum dilution concentrations of PcAbs and McAbs were 1 : 4 000 and 1 : 1 000, respectively. The sensitivi-
ty of this method was 1x10° CFU/mL, and the method had good specificity with no cross—reactivity with 6 other foodborne pathogens, and it
could simultaneously detect six Cronobacter species. The results of the repetitive test showed that the intra— and inter—batch coefficients of
variation of the method were less than 15%. In summary, a double—antibody sandwich ELISA method was successfully established here using

anti—C. sakazakii McAbs and anti—C. sakazakii PcAbs. This method possessed good sensitivity, specificity, and reproducibility ; which would
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be a technical support for rapid screening and analysis of C. sakazakii.

Keywords: Cronobacter sakazakii; monoclonal antibody; double—antibody sandwich ELISA
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