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SUPPLEMENTARY FIGURE LEGENDS

Figure S1: Structural alignment between of Type-1l ABC transporters. (A) 3-D
alignment of the nucleotide free structures of HmuUV (teal, PDB:4G1U) and BtuCD
(salmon, PDB:1L7V). RMSD 6.961 A over 4041 Ca atoms. (B) 3-D alignment of the
cognate substrate binding proteins HmuT (teal, apo PDB:3MD9, holo PDB: 3NU1),
BtuF (salmon, apo PDB:1N4D, holo BtuF:1N4A) and MolA (lime, holo PDB: 3PSA).

Shown are the apo and holo forms as indicated.

Figure S2. Analysis of heme content of HmuT. FLAG-tagged HmuT was purified as
described in the Material and Methods, and then subjected to size exclusion
chromatography on a 24 mL Superdex200 Increase column. Shown are the injections
of 40 mM HmuT in the absence of exogenously added heme (black), or following the
addition of 30 and 250 mM heme (blue and red, respectively). Integration of the peaks
obtained at 373 nm (absorption peak of HmuT-bound heme) suggests that ~97% of the

heme binding sites are available in apo HMuT.

Figure S3. ATPase activity of HmuUV and its inhibition by ADP. A) Initial rates of
ATP hydrolysis were measured as indicated in the material and methids section. The
experimental data (circles) was fit using the Michaelis—Menten equation (dashed black
line). Also shown is the Michaelis constant which was derived from three technical
repeats. B) Inhibition of ATP hydrolysis by ADP concentration. ATP hydrolysis was
set as in A, using 25 uM ATP and the indicated ADP concentrations. Error bars
represent S.E of three technical repeats. Also shown is the inhibition constant of ADP

(Kiapp), which was derived from three technical repeats.
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