
Supplementary Figure 5. Validation of the direct coupling SPR assay. Equilibrium 
binding curve of the dopamine-dopa2 RNA aptamer interaction obtained from (A) the 
direct coupling binding assay and (B) the indirect coupling binding assay using BSA as a 
protein linker for dopamine. The arrow in (A) indicates the inflection point of the 
equilibrium binding curve obtained from the direct coupling method and the determined 
Kd value is nearly identical to the reported value obtained from a commonly used 
characterization assay. The arrow in (B) indicates where the inflection point should have 
been if there were no non-specific interactions or artifacts arising from the presence of 
the protein linker. Kinetic data analysis shows that the kinetics of the binding responses 
obtained from the indirect coupling method satisfy (C) a multiple binding site model 
rather than (D) a one-to-one binding model. Scatchard plot analysis suggests (E) the 
direct coupling system as a single site binding system and (F) the indirect coupling 
system as a multiple binding site system.  
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Kd (dopa2) = 2.71 ± 0.06 μM 
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Kd (dopa2) = 332.0 ± 25.6 μM 
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