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1. Optimization of preparation conditions of TRF-LFIA test strips 

According to different mycotoxins, different concentrations of antigen were used to 

investigate the change in T line fluorescence intensity and inhibition rate. First, the 

coating concentrations of AFB1-BSA on the T line were set as 0.1, 0.2, 0.3, 0.4 and 0.5 

mg/ml. The blank samples and the spiked samples (10 μg/kg) were detected at the same 

time. When the T line concentration was 0.3, 0.4 and 0.5 mg/ml (Fig. S1a), the T line 

fluorescence intensity of blank samples and spiked samples did not obviously change, 

and there was no significant difference. Figure S1b shows that the inhibition rate 

reached the highest and tended to be stable when the T line concentration was 0.3 mg/ml. 

Therefore, AFB1-BSA concentration of 0.3 mg/ml was selected as the optimal 

concentration. Next, the coating concentrations of ZEN-BSA were set as 0.01, 0.03, 

0.05, 0.07 and 0.1 mg/ml. Then, the blank samples and the spiked 300 μg/kg DON 

samples were detected simultaneously. With the increase in the T line concentration, 

the fluorescence intensity of the T line increased and reached the highest value after 

0.07 mg/ml, as shown in Fig. S1c and S1d. When the T line concentration was increased 

to 0.1 mg/ml, it did not increase significantly, and when the inhibition rate was 0.05 

mg/ml, it tended to be stable and did not change significantly. Therefore, the T line 

concentration of 0.05 mg/ml was selected as the optimal concentration of ZEN-BSA. 

Finally, the coating concentrations of DON-BSA were set as 0.1, 0.3, 0.5, 0.6, and 0.7 

mg/ml. As shown in Fig. S1e and S1f, the T-line fluorescence intensity of blank samples 

and spiked 100 μg/kg samples did not change evidently when the T line concentrations 



were 0.5, 0.6, and 0.7 mg/ml. Similarly, the inhibition rate of spiked samples did not 

change considerably at different concentrations, and there was no significant difference. 

Therefore, the T line concentration of 0.5 mg/ml was selected as the optimal 

concentration of DON-BSA. 

Figure.S1 Optimization of the coating concentration on T lines. (a) The inhibition rate of 

spiked samples with different concentrations of AFB1-BSA; (b) T line fluorescence 

intensity of different concentrations of AFB1-BSA. (c) The inhibition rate of spiked 

samples with different concentrations of ZEN-BSA; (d) T line fluorescence intensity of 

different concentrations of ZEN-BSA. (e) The inhibition rate of spiked samples with 



different concentrations of DON-BSA; (f) T line fluorescence intensity of different 

concentrations of DON-BSA. 


