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A) Binding isotherm of WT PALBZ2 titrated with BRCA1. The gradual heat release and resulting sigmoidal

of WT PALB2 with each VUS with curve are indicative of a binding event and create the baseline negative control for our experiment. B)

Above: The predicted structure of the PALB2-BRCA1 heterodimer, as predicted

| each proline substitution shown Comparative ITC profile of proline substitution PALB2 variants. VUS K30P, L32P and A33P show that through Alpha Fold (Google Deepmind). Pink color corresponds with BRCA1 and
\A41 P Left: Structure of the coiled coil - . . L orange being WT PALB2. The dark blue color corresponds with a high LDDT
binding has been completely disturbed. Interestingly VUS A22P and A41P show a non normal binding :
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VUS labeled. L35P has been binding profile of A41P overlaid with WT PALB2 binding data and fitted line, contrasting the differences in broken in any of these but noticeable kinks are formed and A41P has an area of
33P linked in multiple studies to the binding with BRCA1. Surprisingly the A41P variant displayed a more exothermic initial heat of binding. high confidence still participating in the coiled-coil structure and binding with
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