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Supplemental Figure 4.  ROBETTA model of PC2-EF highlighting residues predicted to 
form a calcium binding loop.  Residues in the –x position (T771) and –z position (E774), 
colored magenta, were mutated to alanine resulting in complete loss of calcium binding.  PC2 
residues predicted to form a canonical EF-hand calcium binding loop are listed in the above 
table.
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Supplemental Figure 5.  Site-directed mutagenesis of PC2-CC residues predicted to 
form the coiled coil oligomerization interface (‘a-d’ heptad repeat residues) to either a 
charged residue or proline induces non-specific aggregation and inclusion body 
formation upon recombinant expression in E.coli.    A. ROBETTA model of the 
predicted PC2 coiled coil region highlighting the locations of heptad repeat residues ‘a’ and 
‘d’.  B. SDS-PAGE of elution fractions following HisTrap Nickel column purification of 
individual charge or proline mutations of PC2-CC.  Mutant PC2-CC varients were grown and 
purified in parallel and compared with wildtype PC2-CC for expression level, solubility and 
final yield.  Only I856K and L842P yielded any protein (~20-fold less) in the soluble fraction, 
but these mutants rapidly precipitated.  (note:  minor bands visible on SDS-PAGE for 
mutations other than I856K and L842P are bacterial impurities)  
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