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Table S1: Mean Kd (nM) and mean ΔΔG (kcal/mol) for peptides calculated from triplicate measurements for both libraries. 

 
 



 
 
Fig. S1. Measurement of time required to reach binding equilibrium for all peptides in MRBLE-pep library 
1. Grey markers indicate median bead intensity at a given time point, error bars indicate the standard 
deviation, and the red line indicates a fit to a kinetic binding curve (equation and fit parameters given at 
top). 



 
 
Fig. S2. Association half-life for all peptides from MRBLE-pep library 1 (determined from kinetic binding fit 
parameters). 
 
 
 
 
 
  



 
 
Fig. S3. Measurement of time required to reach binding equilibrium for all peptides in MRBLE-pep library 
1. Grey markers indicate median bead intensity at a given time point, error bars indicate the standard 
deviation, and the red line indicates a fit to a kinetic binding curve (equation and fit parameters given at 
top). 



 
 
Fig. S4. Association half-life for all peptides from MRBLE-pep library 1 (determined from kinetic binding fit 
parameters). 
 
 
 
 
  



 
 
Fig. S5. Western Blot with the unbound fractions of a MRBLE-pep concentration experiment. The unbound 
fraction from each concentration of a MRBLE-pep concentration experiment was probed for unbound B56 
protein.  



 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Fig. S6. Concentration-dependent binding data (grey markers, median intensity and standard deviation 
over all beads) and associated Langmuir isotherm fits (red lines) for MRBLE-pep library 1, replicate #1. 



 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Fig. S7. Concentration-dependent binding data (grey markers, median intensity and standard deviation 
over all beads) and associated Langmuir isotherm fits (red lines) for MRBLE-pep library 1, replicate #2. 



 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Fig. S8. Concentration-dependent binding data (grey markers, median intensity and standard deviation 
over all beads) and associated Langmuir isotherm fits (red lines) for MRBLE-pep library 1, replicate #3. 



 

 
 
Fig. S9. Comparison of measured affinities between technical replicates for MRBLE-pep library 1. (A) 
Comparison of Kds for each B56-peptide interaction (returned values from global Langmuir isotherm fits). 
Black dashed line indicates the 1:1 identity line; red dashed line indicates a linear regression to log10-
transformed Kd values. (B) Comparison of ΔΔGs for each B56-peptide interactions (calculated relative to a 
Kif4A ‘reference’ peptide sequence of TSFFSGLSPIEEEAD). Black dashed line indicates the 1:1 identity line; 
red dashed line indicates a linear regression.  
  



 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Fig. S10. Concentration-dependent binding data (grey markers, median intensity and standard deviation 
over all beads) and associated Langmuir isotherm fits (red lines) for MRBLE-pep library 2, replicate #1. 
 
 



 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Fig. S11. Concentration-dependent binding data (grey markers, median intensity and standard deviation 
over all beads) and associated Langmuir isotherm fits (red lines) for MRBLE-pep library 2, replicate #2. 
  



 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Fig. S12. Concentration-dependent binding data (grey markers, median intensity and standard deviation 
over all beads) and associated Langmuir isotherm fits (red lines) for MRBLE-pep library 1, replicate #3. 



 

 
 
Fig. S13. Comparison of measured affinities between technical replicates for MRBLE-pep library 2. (A) 
Comparison of Kds for each B56-peptide interaction (returned values from global Langmuir isotherm fits). 
Black dashed line indicates the 1:1 identity line; red dashed line indicates a linear regression to log10-
transformed Kd values. (B) Comparison of ΔΔGs for each B56-peptide interactions (calculated relative to a 
Kif4A ‘reference’ peptide sequence of TSFFSGLSPIEEEAD). Black dashed line indicates the 1:1 identity line; 
red dashed line indicates a linear regression.  
  



 
 
Fig. S14. Measured Kds for 12 peptides containing Kif4A-like or FoxO3-like motifs across 3 technical 
replicates each of MRBLE-pep library 1 (red markers) and library 2 (blue markers). 
 


