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A  TCR and Ovalbumin over low affinity pMHC B  TCR over CD86               Ovalbumin over CD86 
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 Concentration (mg/ml) [TCR] (mg/ml) [Ovalbumin] (mg/ml) 

Appendix Figure S1: An irrelevant protein (ovalbumin) can bind heterotrimeric pMHC but not monomeric 
CD86. (A) Steady-state binding of ovalbumin or OT-I analytes over pMHC surfaces. Note that the TCR 
displays higher binding than ovalbumin sugges2ng that it binds both inac2ve and ac2ve pMHC whereas 
ovalbumin binds only inac2ve pMHC. (B) Steady-state binding of TCR (leR) or ovalbumin (right) over CD86 
surfaces reveals no detectable binding. Nega2ve values can arise from modest refrac2ve index effects. 
Note scale differences compared to panel A. 
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A KD active = 1000 µM, KD inactive = 2180 µM 

 

B KD active = 1000 µM, 
KD inactive = 2180 µM 

 

 

 

 

 

Appendix Figure S2: Simula2ons highlight the impact of the frac2on of ac2ve pMHC (f) on apparent KD 

values. (A) Simulated TCR binding curves to surfaces containing variable amounts of ac2ve and inac2ve 
pMHCs (columns). The overall binding signal (black) was fit to a 1:1 binding model to es2mate the 
apparent KD. (B) Apparent KD values derived from fiWng the simulated curves in (A) ploXed against the 
frac2on of ac2ve pMHC (f). The apparent KD diverges from the ac2ve KD as f decreases. (C) Apparent 
KD values ploXed against the true ac2ve KD for different f, demonstra2ng the dependency of apparent 
KD on both f and the ac2ve KD. 
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