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Supplementary Figure 8 Mass spectra confirming synthesis of the alpha hydroxyl acid- 
dincuelotide substrates used in this study.  a, LRMS (+/- mode) of FAH-pCA. Calc. 
mass for C28H34N8O15P2 784.16. b, LRMS (+/- mode) of VAH-pCA. Calc. mass for 
C24H34N8O15P2 736.16. c, LRMS (+/- mode) of LAH-pCA. Calc. mass for C25H36N8O15P2 
750.18. d, LRMS (+/- mode) of IAH-pCA. Calc. mass for C25H36N8O15P2 750.18. 
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Supplementary Figure 9 Uncropped full blot from Figure 2, including markers on left.  
Sample labeling as shown in Figure 2.   
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Supplementary Table 2 Gating parameters with Extracellular Rb+ 
  

Supplementary Table 1:  QV Parameters  
 

Variant Frac.Q1
/Q2 

Q1 Q2 

Stdev V(1/2) Stdev Z Stdev V(1/2) Stdev Z Stdev 

W434F-Shaker (5) 0.32/68 0.06 -68.1 7.9 2.0 0.33 -45.4 2.3 4.3 0.66 

W434F-V363Val (4) 0.29/71 0.11 -73.4 2.2 2.2 0.52 -44.5 2.4 3.8 0.10 

W434F-V363Vah (4) 0.22/78 0.05 -103.4 4.6 1.6 0.25 -52.3 2.1 2.5 0.15 

W434F-V369Val (8) 0.27/73 0.08 -66.9 11.7 1.8 0.24 -44.7 4.5 4.1 0.37 

W434F-V369Vah (8) 0.79/21 0.03 -74.5 5.3 0.87 0.0 -2.4 3.0 2.3 0.33 

 

Bold = p<0.01, relative to the respective native rescue for each position. 

 

 Vd z  Vd z 
WT -35.9 ± 1.9  (10) 4.5 ± 0.8 (10)    
V363Val -33.8 ± 2.7 (8) 4.0 ± 0.7 (8) V363Vah -29.6 ± 4.1 (8) 2.7 ± 0.5 (8) 
L366Leu -32.9 ± 1.4 (5) 3.7 ± 0.5 (5) L366Lah -32.1 ± 3.9 (11) 2.6 ± 0.4 (11) 
V367Val -34.6 ± 2.6 (5)  4.7 ± 0.9 (5) V367Vah -8.1 ± 3.2 (8) 2.7 ± 0.3 (8) 
F370Phe -33.1 ± 2.5 (11) 4.0 ± 0.8 (11) F370Fah 5.3 ± 2.5 (10) 3.1 ± 0.2 (10) 
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Supplementary Table 3 Oligo Sequences 

L358TAG-
For 

5’-GAATCAGGCTATGTCCTAGGCAATATTACGAGTG-3’ 

L358TAG-
Rev 

5’-CACTCGTAATATTGCCTAGGACATAGCCTGATTC-3’ 

I360TAG-
For 

Generated by Gibson cloning, see below and Methods 

L361TAG-
For 

5’-CTATGTCCTTGGCAATATAGCGAGTGATACGATTAG-3’ 
 

L361TAG-
Rev 

5’-CTAATCGTATCACTCGCTATATTGCCAAGGACATAG-3’ 

V363TAG-
For 

5’-GCTATGTCCTTGGCAATATTACGATAGATACGATTAGTTCGAGTATTTCGAATATTTAAG-3’ 
 

V363TAG-
Rev 

5’-CTTAAATATTCGAAATACTCGAACTAATCGTATCTATCGTAATATTGCCAAGGACATAGC-3’ 

I364TAG-
For 

Generated by Gibson cloning, see below and Methods 

L366TAG-
For 

5’-CAATATTACGAGTGATACGATAGGTTCGAGTATTTCGAATATTTAAG-3’ 
 

L366TAG-
Rev 

5’-CTTAAATATTCGAAATACTCGAACCTATCGTATCACTCGTAATATTG-3’ 

V367TAG-
For 

5’-GGCAATATTACGAGTGATACGATTATAGCGAGTATTTCGAATATTTAAGTTATCTAGG-3’ 

V367TAG-
Rev 

5’-CCTAGATAACTTAAATATTCGAAATACTCGCTATAATCGTATCACTCGTAATATTGCC-3’ 

V369TAG-
For 

5’-GGCAATATTACGAGTGATACGATTAGTTCGATAGTTTCGAATATTTAAGTTATCTAGGC-3’ 

V369TAG-
Rev 

5’-GCCTAGATAACTTAAATATTCGAAACTATCGAACTAATCGTATCACTCGTAATATTGCC-3’ 

F370TAG-
For 

5’-GTGATACGATTAGTTCGAGTATAGCGAATATTTAAGTTATCTAG-3’ 
 

F370TAG-
Rev 

5’-CTAGATAACTTAAATATTCGCTATACTCGAACTAATCGTATCAC-3’ 
 

L375TAG-
For 

5’-GTATTTCGAATATTTAAGTAGTCTAGGCATTCGAAGGG-3’ 
 

L375TAG-
Rev 

5’-CCCTTCGAATGCCTAGACTACTTAAATATTCGAAATAC-3’ 
 

FLAG-For 5’-GGTGGTGATTATAAGGATGATGATGATAAGTGACTACTGGTGCAAAAG-3’ 
 

FLAG-Rev 5’-CTTATCATCATCATCCTTATAATCACCACCAACGTCGGTCTCGATACTAAC-3’ 
 

  
 
 
 
 



Infield, Matulef et al Supplementary Information 

 
The following mutants were assembled by Gibson cloning into the naturally occurring xbaI-
bsteII sites, see Methods. 
 
I360TAG 
Gttatattgctatcaattgttatattttgtctagaaacattacccgaatttaagcattacaagg
tgttcaatacaacaacaaatggcacaaaaatcgaggaagacgaggtgcctgacatcacagatcc
tttcttccttatagaaacgttatgcattatttggtttacatttgaactaactgtcaggttcctc
gcatgtccgaacaaattaaatttctgcagggatgtcatgaatgttatcgacataatcgccatca
ttccgtactttataacactagcgactgtcgttgccgaagaggaggatacgttaaatcttccaaa
agcgccagtcagtccacaggacaagtcatcgaatcaggctatgtccttggcaTAGttacgagtg
atacgattagttcgagtatttcgaatatttaagttatctaggcattcgaagggtttacagatct
taggacgaactctgaaagcctcaatgcgggaattaggtttacttatatttttcttatttatagg
cgtcgtactcttctcatcggcggtttattttgcggaagctggaagcgaaaattccttcttcaag
tccatacccgatgcattttggtgggcggtggttaccatgaccaccgttggatatggtgacatg 
 
I364TAG 
gttatattgctatcaattgttatattttgtctagaaacattacccgaatttaagcattacaagg
tgttcaatacaacaacaaatggcacaaaaatcgaggaagacgaggtgcctgacatcacagatcc
tttcttccttatagaaacgttatgcattatttggtttacatttgaactaactgtcaggttcctc
gcatgtccgaacaaattaaatttctgcagggatgtcatgaatgttatcgacataatcgccatca
ttccgtactttataacactagcgactgtcgttgccgaagaggaggatacgttaaatcttccaaa
agcgccagtcagtccacaggacaagtcatcgaatcaggctatgtccttggcaatattacgagtg
TAGcgattagttcgagtatttcgaatatttaagttatctaggcattcgaagggtttacagatct
taggacgaactctgaaagcctcaatgcgggaattaggtttacttatatttttcttatttatagg
cgtcgtactcttctcatcggcggtttattttgcggaagctggaagcgaaaattccttcttcaag
tccatacccgatgcattttggtgggcggtggttaccatgaccaccgttggatatggtgacatg 
 
 


