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The number of single-molecule fluorescence signals from surface-immobilized bait proteins or protein-protein interaction (PPI) complexes
were counted from ~12 different locations within each chamber of the imaging chip (Supplementary Fig. 1). The intra-assay coefficient of
variance (CV) of single-molecule co-IP were calculated from the three independent dissociation constants (Kd) between BCL2 and BIM splice
variants (Supplementary Table 1 and 3).

To avoid any biased analysis, the images containing either photobleached region or aggregated large dye cluster were excluded after the post-
image analysis.

The PPI reaction for determining the Kd values were repeated independently in three times (Fig. 3 and 4). The in vitro competition for
determining the inhibitory constant (Ki) values were performed in two independent replicates (Fig. 4). Replications were successful for all
attempts.

Randomization was not performed because of the unbiased nature of the in vitro experiments performed in this study.

Blinding was not performed because of the unbiased nature of the in vitro experiments performed in this study.




