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Supplementary Figure S1. Sequence alignments of RLR HEL2i gate motif and RIG-I CARD2 

latch interface. 
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Supplementary Figure S2. Pls see next page for caption



Supplementary Figure S2. HDX profiles of RIG-I, RIG-IE510V and RIG-IQ517H at their apo states. 

The values listed under each HDX experiments demonstrate the averaged percentage of 

deuterium incorporation of that corresponding peptide derived from each state across all 

exchange time points (i.e., 0s, 10s, 60s, 300s, 900s). HDX Workbench colors each peptide 

according to the smooth color gradient HDX perturbation key (D%) shown in each indicated figure. 

On the right panel, the deuterium incorporation data from all overlapping peptides were 

consolidated to individual amino acid values using a residue averaging approach.  

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



 

 

 

Supplementary Figure S3. Comparative analysis of single amide consolidated HDX-MS profiling. 

The y- and x-axes illustrate the ΔHDX (%) and domain arrangement of RIG-I, respectively. A 

positive or negative value on the y-axis (%ΔD) represents deprotection (involved in solvent 

exposure) or protection (involved in binding events or become more stabilized) against deuterium 

exchange in the corresponding region depicted along the x-axis of indicated receptors or 

complexes.  

 

 

 

 

 

 

 

 

 

 

 

 

 



 

Supplementary Figure S4. Single residue ΔHDX and ΔΔHDX consolidation view of indicated 

protein or protein complexes. The x-axis represents the RIG-I sequence from N-terminal to C-

terminals. Percentages of deuterium differences are color-coded according to the HDX 

perturbation key (below). Grey, no statistically significant changes between compared states.  



 

Supplementary Figure S5. Please see next page for caption 



Supplementary Figure S5. Differential HDX view of WT RIG-I and indicated complexes upon 

binding to RNA and K63-polyUb9 chain. The values listed under each HDX experiments 

demonstrate the averaged difference in percentage of deuterium incorporation of that 

corresponding peptide derived from two different states across all exchange time points (i.e., 0s, 

10s, 60s, 300s, 900s). When comparing the two samples, the perturbation %D is determined by 

calculating the difference between the two samples. HDX Workbench colors each peptide 

according to the smooth color gradient HDX perturbation key (D%) shown in each indicated figure. 

Differences in %D between -5% to 5% are considered nonsignificant and are colored gray 

according to the HDX perturbation key. A negative value represents decreased deuterium 

incorporation or stabilization while a positive value represents increased deuterium incorporation 

or destabilization in the corresponding region of the receptor when a binding event takes place. 

Blank region represents undetected peptide for corresponding experiment. 

 



 

Supplementary Figure S6. Differential HDX view of RIG-IE510V and indicated complexes upon 
binding to RNA and K63-polyUb9 chain. Data interpretation is similar as Supplementary Figure 
S5.  



 

Supplementary Figure S7. Differential HDX view of RIG-IQ517H and indicated complexes upon 
binding to RNA and K63-polyUb9 chain. Data interpretation is similar as Supplementary Figure 
S5. 



 

Supplementary Figure S8. ΔΔHDX view of indicated RIG-I upon RNA discrimination. Data 
interpretation is similar as Supplementary Figure S5. 

 

 

 


