
 
 

 
 
Supplementary Figure 1 | Uncropped blots and representative gels/blots of quantitative 
HOIP~Ub thioester transfer assays. Representative SDS-PAGE gels for each quantitative 
HOIP~Ub thioester transfer experiment displayed in the figures and Extended Data figures and 
uncropped blots of immunoblotting experiments. 
 



  



 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
Supplementary Data 1 | Sequence alignment of all human RBR E3 ligases. Domains and regions 
are annotated above the alignment. Functionally important sites are indicated with symbols: E2 
binding site: $, UBR1: *, UBR2: %, UBR3: #, contact conduit 1: &, and contact conduit 2: ^. 
Conserved hydrophobic and charged/polar residues in these sites are highlighted with yellow or green 
background, respectively. Zinc coordinating Cys and His residues are highlighted with grey 
background; the active site Cys residues are highlighted with cyan background. HOIP-LDD residues 
974-983 containing contact conduit 1 (see also Extended Data Fig. 7) are included as a separate 
sequence aligned above the functionally corresponding residues of the RING2 of the other RBRs. The 
C-terminal part of HOIL-RING2 also contains an insertion, which has not been aligned with the other 
RBRs (red). 


