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Figure S1. A) Circular dichroism (CD) spectra of WT GB1 with (red dashed) and without 
(black) 1 equivalent of Cu2+. B) Temperature melts of WT GB1 with and without 1 equivalent of 
Cu2+. 

Figure S2. Raw time domain DEER data for the four GB1 mutants. Select insets are provided 
for a clearer view of the modulations.
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Figure S3. A) Time domain g‖ DEER data on 28H/32H GB1 for analysis of orientational effects. 
Because of the poor modulation depth and signal to noise ratio obtained at g‖, the time domain 
data was filtered to remove high frequency noise and nuclear modulation effects (>10 MHz). 
This data is shown fit by Tikhonov regularization (red dashed). gꓕ data (blue) is shown for 
comparison. B) Distance distributions from the above DEER data. The shaded region indicates 
the uncertainty of the distribution. g‖ analyses show agreement of the most probable distance 
within 0.1 nm. The distribution width is broader at g‖ than gꓕ, likely due to the noise being on the 
same order of magnitude as the dampening dipolar modulations.
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Figure S4. Trilateration of the WT GB1 native binding site performed using mtsslSuite8. The 
target site is located in proximity to the same residues of that found via MMM6-7.

Figure S5. Circular Dichroism spectra of WT, D40A, and E56A GB1. The CD signature of the 
D40A and E56A mutants show some small differences from WT GB1. These subtle differences 
in the CD spectra may indicate minor structural variations, but these differences are not 
significant enough to account for the loss in Cu2+ binding that we observed.  
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