
Supplementary Materials: Immunochemical 
Recognition of Bothrops rhombeatus Venom by Two 
Polyvalent Antivenoms 
1. Quantification by 280nm Absorbance 

An antivenoms protein quantification were performed at the beginning of the research and after each 
experiment thought 280 nm absorbance method. AVP-T was reconstructed in 5ml of PBS and 1:100 dilution was 
performed. INS had a presentation of 10ml vial; therefore, it was not reconstructed; and 1:50 dilution was 
performed. It was adjusted according to immunoglobulin correction factor (1.4), where results of 12,6 mg/ml and 
44,3 mg/ml were obtained for AVP-T and INS, respectively. 

2. Quantification by Bicinchoninic acid (BAC) 
A calibration curve was generated as a reference for antivenom protein quantification. INS antivenom 

was used at a 1:200 dilution while AVP at a 1:50 dilution. The imagine shows the trend line along with the 
equation of the line and the respective correlation coefficient, which is close to 1. 

 

Figure S1. BAC’s standardization curve for antivenoms quantification. 

3. Quantification by Bradford 

A calibration curve was obtained for this method. The curve was generated using 4 concentrations of 
BSA, the reading was measured at a wavelength of 595nm. For the INS antivenom, a serial dilution of 1:100 – 
1:200 – 1:400 – 1:800 was carried out; while for the antivenom antivipmyn a serial dilution of 1:15 – 1:20 – 1:25 – 
1:30 was carried out. 

mg/ml 



Figure 2 shows the trend line, the equation of the straight line and the respective correlation coefficient, 
which is close to 1. For the calculations of the antivenoms, the molar extinction coefficient of immunoglobulins 
G ( = 1.4). 

Table S1. BSA’s standard dilution preparation (2 mg/ml), for Bradford. 

Antivenoms 
Protein 

concentration 
Dilution BSA l 

Saline 
solution l 

Instituto nacional de 
salud (INS) 

5.4 mg/ml 1:15 33.5 466.5 
1:20 25 475 
1:25 20 480 
1:30 16.5 483.8 

Antivipmyn (AVP-T) 

40.2 mg/ml 1:100 5 495 
1:200 2.5 497.5 
1:400 1.25 498.75 
1:800 0.625 499.37 
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Figure S2. Bradford’s standardization curve for antivenoms quantification. AVP-T antivenom (a) and INS 
antivenom (b). 
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Figure S3. Bradford’s standardization for antivenoms quantification. AVP-T antivenom standardization by 
Bradford (a) and INS antivenom standardization by Bradford (b). 

 

 


