Supplementary Materials
	                  
	REAGENT or RESOURCE
	SOURCE
	IDENTIFIER

	Cell lines

	Human: HEK Flp-In T-REx 293 cell line
	Thermo Fisher Scientific
	Cat# R78007

	Chemicals, peptides, and recombinant proteins

	Benzonase® Nuclease
	Santa Cruz Biotechnology
	sc-202391

	Biotin
	Thermo Fisher Scientific
	29129

	Gateway™ LR Clonase™ Enzyme Mix
	Life Technologies
	11791043

	FuGENE 6 transfection reagent
	Promega
	Cat# E2691

	Hygromycin B
	Thermo Fisher Scientific
	Cat# 10687-010

	Tetracycline hydrochloride
	Sigma-Aldrich
	Cat# T-3383

	Protease Inhibitor cocktail
	Sigma-Aldrich
	Cat# P8340

	Strep-Tactin® Sepharose® 50% (vol/vol) suspension
	IBA life sciences
	2-1201-010

	[bookmark: _heading=h.lxxvcvy7ss1]Sequencing grade trypsin
	[bookmark: _heading=h.24i7tn1x5huc]Promega
	[bookmark: _heading=h.3wbhdu2cguwe]Cat# V5113

	Critical commercial assays

	
	
	

	
	
	

	Deposited data

	Native Commander, cryo-EM map
	This study
	EMDB: EMD-XXX

	Cross-linked Commander, cryo-EM map
	[bookmark: _heading=h.128hh29j5x5c]This study
	[bookmark: _heading=h.ha3epr56jj8p]EMDB: EMD-17340

	[bookmark: _heading=h.48nweuaqbbb]Cross-linked Commander, focused cryo-EM map 1
	[bookmark: _heading=h.e6yxawbwb4ul]This study
	[bookmark: _heading=h.bwq1ip1n89st]EMDB: EMD-17339

	Cross-linked Commander, focused cryo-EM map 2
	[bookmark: _heading=h.gu77xoa3b9x]This study
	[bookmark: _heading=h.j4ybcakewvzl]EMDB: EMD-17341

	[bookmark: _heading=h.7cgb527ax8ct]Cross-linked Commander, composite map
	[bookmark: _heading=h.tu2l3aosxj2u]This study
	[bookmark: _heading=h.p36w0jeves1n]EMDB: EMD-XXX

	Cross-linked Commander, atomic model
	[bookmark: _heading=h.ixd9e8banbe9]This study
	PDB: 8POW

	[bookmark: _heading=h.l4l3xfql3ifd]Cross-linked Commander, model of XXX (from map 1)
	[bookmark: _heading=h.r1dcfbxos3yn]This study
	[bookmark: _heading=h.pioaw32p3mc5]PDB: 8POW

	[bookmark: _heading=h.mnqaauavg50e]Cross-linked Commander, model of YYY (from map 2)
	[bookmark: _heading=h.ffw0db30drt4]This study
	[bookmark: _heading=h.lbbbiu5xo2sh]PDB: 8POX

	[bookmark: _heading=h.1eno7jy05u80]Cross-linked Commander, composite model
	[bookmark: _heading=h.25d9w1bwx5d0]This study
	[bookmark: _heading=h.1h8tzslnumd4]PDB: XXXX

	[bookmark: _heading=h.vdgp7nqqfe4v]Mass spectrometry analysis raw data
	[bookmark: _heading=h.6ygbx139xfnc]This study
	MassIVE: MSV000091490

	Recombinant DNA

	MAC-tag-C destination vector
	[bookmark: _heading=h.fp7duumqzjkc]Addgene 
	plasmid# 108077

	MAC-tag-N destination vector
	Addgene 
	plasmid #108078

	MAC-GFP
	[bookmark: _heading=h.4jkh0lfxyac]Addgene 
	plasmid# 139636

	pTO_HA_StrepIII-N_GW_FRT
	19156129
	pTO_HA_StrepIII-N_GW_FRT

	Software and algorithms

	CRAPome v1
	Mellacheruvu et al (2013)
	http://www.crapome.org/

	Cytoscape version 3.7
	Shannon et al (2003)
	http://www.cytoscape.org/

	SAINTexpress version 3.6
	Choi et al (2011)
	http://saint-apms.sourceforge.net/Main.html

	Fragpipe version 17
	Nesvizhskii Lab
	https://fragpipe.nesvilab.org/

	
	
	

	Coot
	Casañal et al., 2020
	https://www2.mrc-lmb.cam.ac.uk/personal/pemsley/coot/

	ISOLDE
	Croll, 2018
	https://isolde.cimr.cam.ac.uk/

	Phenix
	Afonine et al., 2018
	https://phenix-online.org/documentation/reference/real_space_refine.html

	UCSF ChimeraX
	Pettersen et al., 2021
	https://www.cgl.ucsf.edu/chimerax/

	ColabFold
	Mirdita et al. 2022
	https://github.com/sokrypton/ColabFold

	cryoSPARC
	Punjani et al. 2017
	https://cryosparc.com/

	TOPAZ
	Bepler et al. 2019
	https://github.com/tbepler/topaz









Table S1.
Cryo-EM data collection and processing statistics. Related to Fig. 2
	 
	Native Commander
EMD-17342
	Cross-linked Commander
(set 1 / set 2)
EMD-17340
PDB:8POW
	Cross-linked Commander, focused map 1
EMD-17339
PDB:8POV
	Cross-linked Commander, focused map 2
EMD-17341
PDB:8POX

	Magnification
	165,000
	105,000
	105,000
	105,000

	Voltage (kV)
	300
	300
	300
	300

	Defocus range (µm)
	1.5–3.0
	0.4–2.2
	0.4–2.2
	0.4–2.2

	Pixel size (Å)
	0.820 
	0.846 / 0.862
	0.846 / 0.862
	0.846 / 0.862

	Frames per exposure
	40
	45 / 50
	45 / 50
	45 / 50

	Total electron exposure (e–/Å2)
	42.8
	59.0 / 56.0
	59.0 / 56.0
	59.0 / 56.0

	Micrographs (no.)
	5884
	55,769
	55,769
	55,769

	Initial particle images (no.)
	137,000
	5,372,000
	667,000
	667,000

	Final particle images (no.)
	90,000
	667,000 
	125,000
	13,000

	Map resolution (Å)
	3.3
	2.9
	6.5
	7.5 

	FSC threshold
	0.143
	0.143
	0.143
	0.143

	Map sharpening B factor (Å2)
	-67
	–77
	–546
	–511






Table S2.
Cryo-EM model refinement statistics.
	 
	Cross-linked Commander
COMMD-ring model
EMD-17340
PDB:8POW
	Cross-linked Commander
Coils model

EMD-17339
PDB:8POV
	Cross-linked Commander
Retriever model

EMD-17341
PDB:8POX

	Refinement
	 
	
	

	Model-to-map resolution (Å)
	3.03
	7.94
	8.14

	FSC threshold
	0.5
	0.5
	0.5

	Model-to-map correlation
	0.77
	0.77
	0.77

	Model composition
	 
	
	

	Protein residues
	2331
	
	

	Ligands
	0
	
	

	R.m.s. deviations
	 
	
	

	Bond lengths (Å)
	0.003
	
	

	Bond angles (°)
	0.719
	
	

	Validation
	 
	
	

	MolProbity score
	1.11
	
	

	Clash score
	1.56
	
	

	Rotamer outliers (%)
	1.37
	
	

	Ramachandran plot
	 
	
	

	Favoured (%)
Allowed (%)
Outliers (%)
	97.49
	
	

	
	2.51
	
	

	
	0
	
	





