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Figure S1.  Solubilisation of AcrB from the E. coli membrane with SMA, A8-35 and 

CyclAPols. Western blot of AcrB revealing soluble (S) and affinity elution (E) fractions 

following solubilization of the membrane, at a total membrane protein concentration of 1 

mg/mL, for 2 hours at 25˚C. The polymers are used at the following concentrations A8-35: 

0.5%, C6-C2-50: 0.1%, C8-C0-50: 0.1%, SMA: 1%.  

 

 

Figure S2: cryoEM of AcrB in CyclAPol C6-C2-50, in comparison. a) Representative 

micrograph of AcrB purified in C8-C0-50 with picked particles highlighted by a green circle. b) 

Representative micrograph of AcrB purified in C6-C2-50 scaffold with picked particles 

highlighted by a green circle. Despite potential aggregation of the protein, it is clear that the 

trimers are assembling in near linear chains.  c) Selected 2D classes of AcrB in C6-C2-50 

following one round of 2D classification. While less doublets are in fact visible in the classes, 



the strings of trimers contribute to a highly diffuse transmembrane region. d) Side view of the 

AcrB cryoEM map at 4.5 Å final resolution.  

 

 

 

 

Figure S3: Comparison of close similarity for AcrB cryoEM structures in various 

scaffolds. The cryoEM map is shown at similar threshold density for AcrB in (a) C8-C0-50 at 

3.2A resolution [EMD, this study] (b) SMA at 3.2 A resolution [EMD 7074]41 (c) Saposin at 3.27 

A [EMD 10185]50 (d) Liposomes at 3.9 A [EMD 22050]52.  

 

 

Supplementary Methods 

Solubilisation assay  

E. coli AcrB membranes were diluted to 1 mg/mL total protein in solubilisation buffer 20 mM 

Tris-HCl pH 8, 250 mM NaCl, 5% glycerol. Hydrolysed styrene-maleic acid (SMA) co- polymer 

(generated in-house) was added to a final concentration of 1% (w/v) directly from powder. A8-

35 (Anatrace) and CyclAPols (provided by Manuela Zoonens) were diluted from 5% stock to 

indicated final concentration. Solubilisation was carried out at the following final concentrations 

A8-35: 0.5%, C6-C2-50: 0.1%, C8-C0-50: 0.1%. Samples were incubated with resuspension for 

2 hours at room temperature followed by ultracentrifugation at 100,000 xgave for 1 hour at 4ºC, 



using a TLA 100. Following centrifugation, supernatant was removed and insoluble fractions 

were resuspended in equivalent volume buffer containing 2% SDS, 10 mM DTT. The soluble 

fraction was incubated with equilibrated Cobalt resin for 2 hours at room temperature. 

Following this, the samples were briefly centrifuged to collect unbound sample, one wash (with 

buffer + 10 mM imidazole) and an elution fraction (300 mM imidazole). Initial soluble and 

elution fractions are analysed by SDS-PAGE followed by western blot with HRP-conjugated 

anti-His mAb. 

 


