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	Crosslinker
	Chemistry
	Membrane permeable
	Water soluble
	Spacer Length (Å)
	Se WbaP crosslinking efficiency

	DMA
	imidoester
	yes
	yes
	8.6
	none

	DMS
	imidoester
	yes
	yes
	11
	none

	BSOCOES
	NHS ester
	yes
	no
	13
	moderate

	DSP
	NHS ester
	yes
	no
	12
	high

	DTSSP
	NHS ester
	no
	yes
	12
	high
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	S. enterica WbaP
in SMALP #1
(EMD-41042)
(PDB 8T53)

	Data collection and processing
	 

	Microscope / Detector
	Krios G3i, K3

	Magnification
	105,000X

	Voltage (kV)
	300

	Electron exposure (e–/Å2)
	50.13

	Defocus range (μm)
	0.75 - 2.5

	Pixel size (Å)
	0.87

	Total movies (no.)
	4,841

	Symmetry imposed
	C2

	Initial particle images (no.)
	1,266,538

	Final  particle images (no.)
	196,663

	Map resolution (Å)
FSC threshold
	4.28
0.143

	Map resolution range (Å)
	 

	 
	 

	Refinement
	 

	Initial model used
	Se WbaP AlphaFold dimer model

	Model composition
Non-hydrogen atoms
Protein residues
Ligands
	 
6660
796
0

	B factors (Å2)
Protein (min/max/mean)
Ligand
	 
65.79/728.40/310.78
n/a

	R.m.s. deviations
Bond lengths (Å)
Bond angles (°)
	 
0.004
0.944

	Validation
MolProbity score
Clashscore
Poor rotamers (%)
	 
1.59
11.81
0

	Ramachandran plot
Favored (%)
Allowed (%)
Disallowed (%)
	 
98.19
1.81
0

	 
	 

	Model vs Data
	 

	CC (mask)
	0.45

	CC (box)
	0.45

	CC (peaks)
	0.23

	CC (volume)
	0.45
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	Sample
	Ligand
	Ligand Concentration
	TM °C
	ΔTM

	Blank
	None
	N/A
	48.35 ± 21
	

	AcCoA
	acetyl coenzyme A
	200 μM
	47.95 ± 0.17
	-0.4

	AMP
	adenosine 5'-monophosphate
	200 μM
	48.10 ± 0.07
	-0.25

	ATP
	adenosine 5'-triphosphate
	200 μM
	47.98 ± 0.08
	-0.37

	CMP
	cytidine 5'-monophosphate
	200 μM
	48.11 ± 0.30
	-0.24

	CoA
	coenzyme A
	200 μM
	48.02 ± 0.05
	-0.33

	CTP
	cytidine 5'-triphosphate
	200 μM
	48.14 ± 0.35
	-0.21

	dTTP
	2'-deoxythymidine 5'-triphosphate
	200 μM
	48.86 ± 0.21
	0.51

	FAD
	flavin adenine dinucleotide
	200 μM
	49.06 ± 0.18
	0.71

	FMN
	flavin mononucleotide
	200 μM
	48.35 ± 0.09
	0

	GDP
	guanosine 5'-diphosphate
	200 μM
	48.19 ± 0.04
	-0.16

	GTP
	guanosine 5'-triphosphate
	200 μM
	48.00 ± 0.28
	-0.35

	NAD
	nicotinamide adenine dinucleotide
	200 μM
	48.04 ± 0.01
	-0.31

	NADH
	nicotinamide adenine dinucleotide
	200 μM
	48.54 ± 0.09
	0.19

	NADP
	nicotinamide adenine dinucleotide phosphate
	200 μM
	48.11 ± 0.04
	-0.24

	NADPH
	nicotinamide adenine dinucleotide phosphate
	200 μM
	48.05 ± 0.26
	-0.3

	TMP
	thymidine 5'-monophosphate
	200 μM
	48.40 ± 0.07
	0.05

	UDP
	uridine 5-diphosphate
	200 μM
	49.6 ± 0.11
	1.25

	UDP-Gal
	uridine 5′-(α-D-galactopyranosyl dihydrogen diphosphate)
	200 μM
	44.47 ± 0.12
	-3.88

	UMP
	uridine 5'-monophosphate
	200 μM
	48.44 ± 0.27
	0.09

	UTP
	uridine 5'-triphosphate
	200 μM
	48.41 ± 0.07
	0.06




