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Figure S1: The effect of exogenous supplementation with pantothenate on the growth of
CoaBC- and PanC-deficient Mtb. ATc — anhydrotetracycline (ng/mL); Pan25 — pantothenate

(25 pg/mL).
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Figure S2: ATc has no effect on the susceptibility of Mtb H37RvMA to compound 1f
when assessed at low cell density (ODgyo=0.2).
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Figure S3: Mtb CoaBC saturation curve fit for Michaelis-Menten model. (a) CTP
saturation curve. PPA and L-cysteine concentrations were fixed at 125 and 500 pM,
respectively, while the CTP concentration was varied (31.25, 62.5, 125, 250 and 500 pM). (b)
PPA saturation curve. CTP and L-cysteine concentrations were fixed at 125 and 500 puM,
respectively, while the PPA concentration was varied (31.25, 62.5, 125, 250 and 500 uM). (c)
L-cysteine saturation curve. CTP and PPA concentrations were fixed at 125 uM while the L-
cysteine concentration was varied (31.25, 62.5, 93.75, 125, and 250 uM).
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Figure S4: DSF melting profile of CoaBC. The blue line represents the melting profile of
CoaBC without the addition of ligands, the orange line in the presence of PPA, the yellow line
in the presence of CTP and the grey line in the presence of CTP and PPA.



Figure S5: Movement of a flexible loop covering the PPA binding site. The protein region
in yellow covers residues 361-378 in M. smegmatis CoaB (a-b) and residues 352-370 in E. coli
CoaB (c-d) and corresponds to a loop that covers the PPA binding site upon PPA binding. (a-
b) Loop in open conformation observed in M. smegmatis CoaB (PDB: 6TH2) with CTP and
calcium bound and in closed conformation (c-d) as observed in E. coli CoaB after PPA binding
(PDB: 1U7Z) with the reaction intermediate 4’-phosphopantothenoyl-CMP bound.
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Figure S6: Impact of exposure of Mtb H37Rv to 1f and 2b on acyl-CoA species and CoA
pathway metabolites.
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Figure S7: Total intracellular accumulation of (a) compound 1f (MW = 357.81 g/mol) and
(b) 2b (MW = 286.24 g/mol). (a) the green and blue lines represent bacteria incubated in the
presence of 5 uM and 50 uM 1f, respectively; (b) the red and green lines represent bacteria
incubated in the presence of 5 uM and 50 uM 2b, respectively. X-axis is time (minutes), Y-
axis is ion counts. Data are representative of 3 independent replicates.
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Figure S8: Standard curves showing comparable ionisation efficiencies of compounds 1f
and 2b spiked into bacterial extracts. Internal standards are routinely included with each
sample run, and data are normalised to sample protein biomass.



