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Figure S1. Test expression profile at 37°C over time for GST-tagged MycP3 (Ile26-Asn430) (Construct A, codon-optimized) in E. coli BL21 (DE3) pLysS strain. The black arrow indicates the increasing amount of fusion protein produced over time. The fusion protein has a size of about 67 kDa.
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Figure S2. Solubility test on Construct A (Codon-optmized) produced from E. coli BL21 (DE3) pLysS strain under a range of IPTG concentrations and temperatures with (a) 30 and 37°C and (b) 16 and 25°C. The fusion protein was produced mostly as inclusion bodies under all conditions. S: Cell lysate supernatant; P: Cell lysate pellet; M: protein ladder; Unindu.: uninduced control
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Figure S3. Test expression of 6 truncated constructs of MycP3 (Constructs C to H). The protein production levels of construct C (a) and D (b) were low while those of constructs E (c), F (d), G (e) and H (f) were high. M: Protein ladder.
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Figure S4. Solubility test for construct E and F (a), G and H (b) because they showed high expression levels. All four constructs were expressed insolubly at 0.1 mM IPTG under 37°C. The lanes are labelled according to the construct used (e.g. EP: Construct E pellet; ES: Construct E supernatant). M: Protein Marker; “un”: the culture was un-induced; “in”: the culture was induced with IPTG.
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Figure S5. Test expression for construct G in pCOLD expression vector in BL21(DE3) strain (a) and Arctic Express strain (b). The N-terminal His6-tagged fusion protein (~37 kDa) was produced as inclusion bodies. M: Protein Marker; P: Cell Lysate Pellet; E: Empty; S: Cell Lysate Supernatant.
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Figure S6. The GST-tagged MycP3 fusion protein produced from Construct G in Arctic Express, un-purified or purified products can both be cleaved by PreScission protease (incomplete digestion is shown, black arrows show MycP3 without GST-tag, confirmed by mass spectrometry). M: Protein Marker; L: Lysate; PPT-L: PreScission Protease-Treated Lysate; Em: Empty; PFP: Purified Fusion Protein; PPT-PFP: PreScission Protease-Treated purified fusion protein.
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Figure S7. The overlay model of MycP3tb structure and MycP3sm structure, generated using Pymol. Few distinct differences can be observed, however, the model has a low confidence.
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