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Appendix Figure S1: CryoEM data collec;on, processing and modeling of RadA. 
A Representa+ve micrograph for RadA dataset. Circle shows a typical top view of RadA, while the white circle 
represents a side view.  
B representa+ve 2D classes a>er par+cle classifica+on in Relion 3.1  
C Par+cle orienta+on distribu+on, ploEed on the Euler sphere around a representa+on of the RadA CryoEM 
map  
D Fourrier Shell Correla+on (FSC) map obtained from half-maps in Phenix Autosharpen so>ware.  
E Local-filtered map of RadA at level 0.015, coloured by local resolu+on, with a slice of the central region of 
RadA (right panel).  
F Representa+ve regions of the CryoEM map depicted as a blue mesh, with respec+ve model fit to the density. 
Chain iden+fier and residues number for the modelled regions are shown above each image. 
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Appendix Figure S2: CryoEM data collec;on, processing and modeling of ComM hexamer 
bound to DNA. 
A Representa+ve micrograph for the collect on ComM. The red circle shows a typical top view of ComM, while 
the white circle represents a side view.  
B Representa+ve 2D classes a>er par+cle classifica+on in Cryosparc.  
C Par+cle orienta+on distribu+on of ComM focused map on DNA-bound ComM hexamer.  
D Fourrier Shell Correla+on (FSC) map obtained from half-maps in Cryosparc.  
E Local-filtered map of ComM hexamer, at level 0.2, coloured by local resolu+on. Right panel shows a cross-
sec+on of the map.  
F Representa+ve regions of the CryoEM map depicted as a blue mesh, with respec+ve model fit to the density. 
Chain iden+fier and residues number for the modelled regions are shown above each image. 
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Appendix Figure S3 : Purified RadA and ComM used for cryo-EM and ac;vity tests. 
A SDS-PAGE of RadA gel filtra+on frac+ons used for cryoEM.  
B SDS-PAGE of RadA chromatography frac+ons used for ac+vity tests.  
C ComM gel filtra+on chromatogram (le>) and SDS-PAGE of frac+ons used for cryoEM (right). 
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Appendix Figure S4: local refinement of DNA-bound ComM hexamer.  
Local refinement on chains C-E + DNA (A to C).  
A Par+cle orienta+on distribu+on of ComM focused map on chains C-E + DNA, obtained in Cryosparc  
B Fourrier Shell Correla+on (FSC) map obtained from half-maps in Cryosparc.  
C Local-filtered map of ComM chains C-E + DNA, at level 0.07, coloured by local resolu+on. 
 
Local refinement on the Lon domain (D to F).  
D Par+cle orienta+on distribu+on of ComM focused map on Lon domains  
E Fourrier Shell Correla+on (FSC) map obtained from half-maps in Cryosparc.  
F Local-filtered map of ComM Lon domains, at level 0.07, coloured by local resolu+on. Local refinement on the  
 
Subpopula+on 2 DNA-bound ComM hexamer (G to I).  
G Par+cle orienta+on distribu+on of ComM focused map on Lon domains  
H Fourrier Shell Correla+on (FSC) map obtained from half-maps in Cryosparc.  
I Local-filtered map of ComM Lon domains, at level 0.07, coloured by local resolu+on.  
 
ComM consensus map used for subsequent focused refinement (J to L).  
J Par+cle orienta+on distribu+on of ComM  
K Fourrier Shell Correla+on (FSC) map obtained from half-maps in Cryosparc for ComM consensus hexamer.  
L Local-filtered map of ComM consensus map, at level 0.05, coloured by local resolu+on. 
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Appendix Figure S5: CryoEM data collec;on, processing and modeling of DNA-free ComM 
hexamer.  
A Par+cle orienta+on distribu+on of DNA-free ComM hexamer, ploEed in the Euler-angle sphere around the 
density map  
B Fourrier Shell Correla+on (FSC) map obtained from half-maps in Relion 4.0.  
C Local-filtered map of DNA-free ComM hexamer, at level 0.002, coloured by local resolu+on.  
D CryoEM analysis of DNA-free ComM hexamer. Despite unchanged posi+on for the Lon domains (not shown), 
the ATPase domains are organized as a pair of trimers, showing C2 symmetry. Four molecules of AMP-PNP are 
orchestrated in the internal interfaces of each trimer (A-B, B-C, D-E, E-F), but not in the limit between the 
trimers (A-F and C-D). The 4 Å density map is depicted at level 0.002 (upper panel), coloured accordingly to the 
molecular model (lower panel). 
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Appendix Figure S6: CryoEM data collec;on, processing and modeling of ComM 
dodecamer. 
A Par+cle orienta+on distribu+on of ComM dodecamer  
B Fourrier Shell Correla+on (FSC) map obtained from half-maps in Cryosparc.  
C Local-filtered map of ComM dodecamer, at level 0.04, coloured by local resolu+on.  
D CryoEM density of ComM dodecamers, show with 70% transparency at level 0.04. Two ComM hexamers are 
fiEed in the density, shown in blue and green ribbons, alongside a dsDNA molecule in magenta and golden 
encompassing the two hexamers. In between the fiEed hexamers, an addi+onal  density is observed in  the 
posi+on  equivalent  to the expected  C4 domain, highlighted in orange.  
E Density corresponding to the 47 bp dsDNA encompassing both  hexamers in the ComM  dodecamer.  Density 
for the DNA is shown at  50 % transparency while the rest of  the density is hidden. FiEed dsDNA is depicted as  
ribbons in magenta and golden, with bases  represented as s+cks andcoloured by heteroatom.  ComM 
hexamers are shown as blue and green ribbons, with  70% transparency.  
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Appendix Figure S7: CryoEM processing workflow for RadA and ComM 
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Appendix Table S1: Synthe;c oligonucleo;des used for in vitro recons;tu;on of helicase 
hexamers 
 

 

 
Appendix Table S2: PDB-PISA analysis of RadA and ComM Lon domain hexamers 
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Appendix Table S3: CryoEM data collec;on, processing and modeling sta;s;cs 


