
- 4 - 

membrane integrity (data not shown). Laser powers of around 2 μW in conjunction with 

time binning of 10 ms gave good signal:noise without any indication of photobleaching.  

 

Characterization of Fab fragments 

In summary, each Fab molecule was labeled on average with a single fluorophore. F23.1 

Fab bound stoichiometrically to the TCR without cross-linking it or interfering with 

antibody-induced TCR triggering. 

 

T cells were loaded with a dye (Fluo-4) that fluoresces in the presence of Ca2+ ions, 

which are released from intracellular stores upon cell activation. By using cross-linked 

antibodies in solution, it was possible to follow the transient increase in intracellular 

[Ca2+] by FACS (Fig. S1). Importantly, this activation was observed even when the cells 

were labeled to saturation with Alexa647-labeled F23.1 (TCR) Fabs. It is thus unlikely 

that the binding of the Fab alters the stoichiometry or behavior of the TCR complex. 

 

 

 

 

 
 

 

 

 

 

 

 

 

 

 

Fig. S1. T-cell activation is not affected by the presence of fluorescently-labeled F23.1 Fab. Activation, as 

detected by a rise in intracellular [Ca2+] using Fluo-4, follows the same characteristic profile for both 

labeled and unlabeled T cells. Inset. FACS analysis from the same experiment showing that virtually all 

cells were labeled with Fab. 

 




