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Conc. A20 A20/αCD3 BITE (μg/μL) Densitometry using ImageJ 

NC 94.9 

0.8 2062 

1.6 5305.0 

2.4 11680.3 

3.2 14703.8 

4.0 15570.5 
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Fig.1 BITE protein concentration in culture supernatants, assessed through semiquantitative immunoblotting  

analysis and compared to known A20/αCD3 BITE concentrations. Immunoblotting utilizing an anti-c-Myc tag  

antibody identified (A) A20/αCD3 BITE and (B) αB7-H3-αCD3 BITE proteins in the culture supernatants of stable  

cells. (C) Densitometry data of A20/αCD3 BITE protein bands relative to GAPDH bands on SDS-PAGE were  

analyzed using ImageJ software to generate (D) the standard curve. Subsequently, (E) the concentration of αB7-H3- 

αCD3 BITE protein in culture supernatants was calculated from the A20/αCD3 BITE standard curve, utilizing the  

densitometry data of αB7-H3-αCD3-BITE protein bands relative to GAPDH bands on SDS-PAGE, also analyzed via  

ImageJ software.  

αB7-H3-αCD3-ENG Densitometry using ImageJ Conc. αB7-H3-αCD3-ENG (μg/mL) 

N1 7156.69 38.55 

N2 9200.93 50.31 

N3 8904.83 48.61 

Mean 8420.82 45.82 
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