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Figure S1 Expression and purification of hCNT3 from High Five insect cells. A) Schematic of the 

expression construct. B) Coomassie stained gel of the selected fractions, indicating the areas that 

were cut out for mass spectrometry analysis. 
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Figure S2 Western blot of the cysteine I2 cross-linking experiment involving V274C/A285C, 

Y266C/F463C, T297C/A456C, and A440C/A456C double mutants. 
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Figure S3 Graph of the sequence conservation score plotted for each residue. Colors follow the 

domains outlined in Figure 2A. Averages represent the full sequence, trimerization domain (IH1, 

EH, TM6, TM9), and inverted repeats (HP1a, HP1b, TM7a, TM7b, TM8a, TM8b, HP2a, HP2b, 

TM10a, TM10b, TM11). Secondary structure definitions: TM1 86-123, TM2 131-159, TM3 164-

187, TM4 198-218, TM5 227-244, IH1 248-275, EH 277-282, TM6 284-305, IH2 308-323, HP1a 

327-338, HP1b 342-350, TM7a 356-369, TM7b 375-382, TM8a 386-397, TM8b 399-408, TM9 

432-475, IH3 484-497, HP2a 503-515, HP2b 520-530, TM10a 550-560, TM10b 566-579, TM11 

584-615. 
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Figure S4 Sequence alignment between vcCNT (3TIJ), hCNT1, hCNT2, and hCNT3. Residue 

conservation is indicated in the Clustal X color scheme. 

  



 S6 

 
Table S1 Table containing the identity of peptides identified in each of the samples (shown in 

Figure S1B) by mass spectrometry. 

	


