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Figure S1 B-factor plot according to Rosenthal and Henderson (2003), where 1/d” , with d being the
resolution of each refinement, is plotted against the natural logarithm of the number of particles in

each subset. The fitted B-factor is 75 A2
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Figure S2 Fourier Shell Correlation (FSC) between map and model. The blue and orange lines are
the FSC curves between model and both half maps. The red curve reports a resolution for the final

map, according to the FSC (model) = 0.5 criterium, of 1.89 A.
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Figure S3 (a) The superimposed sharpened maps obtained by LocSpiral (grey colour) and Relion
postprocessing (green colour). The figures below show zoomed view of the region indicated with the
dashed rectangles. (b) The occupancy map of Mtb BfrB model obtained by LocOccupancy, calculated
between 8 and 2.1 A (Kaur et al., 2021). The occupancy ranges between [0, 1], the occupancy of

residues at N-term and Cflex have occupancy lower than 1.
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Figure S4 Cryo-EM map and Mrb BfrB model with the B-pore channel shown in the middle with a
double conformation of His175. His175 as well as the residues at the ferroxidase sites are shown in

ball-stick model.
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Figure S5 Purification of BfrB purification. (a) Denaturing gel electrophoresis of the different

purification steps. Lysis of bacterial suspension (Whole cell lysate), removal of cellular debris by
centrifugation (Soluble fraction), protein precipitation by ammonium sulfate (Supernatant AS and
Pellet AS). Fractions of BfrB oligomer peak obtained from (b) size exclusion chromatography.

Reference proteins used for column calibration positioned in their corresponding elution volume.
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