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Materials and Methods:

Enzyme Linked Immunosorbent Assay.

96 well Nunc ELISA plate was coated with 0.5 pg/mL Afl B1 mouse monoclonal antibody
(100 puL/well) in 0.1 M carbonate buffer, pH 9.6 and incubated overnight at 4 °C. Blocking
was done with 5% BSA in 1x PBS, pH 7.4 for 2 h at 37 °C. Afl B1 (0.0l nM to 1 uM) and
HRP-conjugated AfIB1 (1:100, fixed) was prepared in 1xPBS, pH 7.4 and 100 pL/well was
added for competitive reaction for 1h at 37 °C. TMB substrate (100 puL/well) was added and
incubated further for 15 min at RT followed by addition of (50 pL/well) stop solution. Washing
was done three times with 1x PBS-T (Tween 20), pH 7.4 after completion of each step. The
intensity of the color is directly proportional to the amount of bound conjugate and inversely
proportional to the concentration of aflatoxin in the sample or standard. Therefore, as the
concentration of aflatoxin in the sample or standard increases, the intensity of the blue color

will decrease.
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Fig. S1. Competitive inhibition assay using AfIB1 antibody (0.1 pg/mL) for coating. The
concentration of HRP-AfIB1 conjugate was kept at 1:100, while AfIB1 antigen was prepared

in the range of 0.01 nM to 1 uM.



