Figure S1

Tryptic peptide with no missed cleavage with the characteristic phosphorylation
on the Threonine 191 residue from in vitro phosphorylated MabA(Monoisotopic
mass : 2671.28 Da, MS/MS of the triply charged ion at m/z 891.7).
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Tryptic peptide with no missed cleavage with the
characteristic phosphorylation on the Threonine 21

Figure S2
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Tryptic peptide with no missed cleavage with the characteristic phosphorylation Figure S3
on the Threonine 114 residue from in vitro phosphorylated MabA(Monoisotopic
mass : 1254.62 Da, MS/MS of the doubly charged ion at m/z 628.3).
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Figure S4
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Comparison of CD spectra for MabA_WT, MabA_T191A and MabA_T191D. CD spectra were obtained using a Chirascan
spectrophotometer (Applied Photophysics) at a protein concentration of approximately 1mg/ml in buffer 50 mM Tris/HCI pH 7.5, 150
mM NaCl, 10% glycerol, 1 mM DTT, 1 mM EDTA.



Table S1. Bacterial Strains and Plasmids used in this study

Strains or Plasmids

Genotype or Description

Source or Reference

E. coli TOP10 F mcrA A(mrr-hsdRMS-mcrBC) | Invitrogen
080lacZAMI5 AlacX74 deoR recAl araD139
A(ara-leu)7697 galU galK rpsL endAl nupG;
used for general cloning

E. coli BL21(DE3)Star F2 ompT hsdSB(rB2 mB2) gal dem (DE3); | Stratagene

used to express recombinant proteins in E. coli

M. bovis BCG 1173P2

Vaccine strain

WHO, Stockholm

pETPhos pET15b (Novagen) derivative including the | (1)
replacement of the thrombin site coding
sequence with a tobacco etch virus (TEV)
protease site and Ser to Gly mutagenesis in the
N-term His-tag

pETPhos mabA WT pETPhos derivative used to express His-tagged | This work
fusion of MabA in E. coli

pETPhos mabA T21A pETPhos derivative used to express His-tagged | This work
fusion of MabA_ T21A in E. coli

pETPhos _mabA_T1144 pETPhos derivative used to express His-tagged | This work
fusion of MabA T114A in E. coli

pETPhos mabA T1914 pETPhos derivative used to express His-tagged | This work
fusion of MabA_ T191A in E. coli

pETPhos mabA_T21A/T19 | pETPhos derivative used to express His-tagged | This work

1A fusion of MabA T21A/191A in E. coli

pETPhos mabA_T21A/T11 | pETPhos derivative used to express His-tagged | This work

4A/T191A fusion of MabA T21A/191A in E. coli

pETPhos mabA 121D pETPhos derivative used to express His-tagged | This work
fusion of MabA _T21D in E. coli

pETPhos mabA T114D pETPhos derivative used to express His-tagged | This work
fusion of MabA T114D in E. coli

pETPhos mabA _T191D pETPhos derivative used to express His-tagged | This work
fusion of MabA_T191D in E. coli

pMK1 E. coli/mycobacterial shuttle vector, allows | This work
expression of N-term His-tagged proteins,
derived from pMV261 (2) and containing the
pET28a polylinker

pMK1 mabA WT pMKI1 derivative used to express His-tagged | This work
fusion of MabA in mycobacteria

pMK1 mabA T214 pMK1 derivative used to express His-tagged | This work
fusion of MabA_T21A in mycobacteria

pMKI1 _mabA_TI14A pMK1 derivative used to express His-tagged | This work

fusion of MabA_T114A in mycobacteria




pMKI1 _mabA TI1914 pMK1 derivative used to express His-tagged | This work
fusion of MabA_ T191A in mycobacteria

pMKI1 mabA T21D pMKI1 derivative used to express His-tagged | This work
fusion of MabA_T21D in mycobacteria

pMK1 mabA TI114D pMK1 derivative used to express His-tagged | This work
fusion of MabA_T114D in mycobacteria

pMKI1 mabA TI191D pMKI1 derivative used to express His-tagged | This work
fusion of MabA_T191D in mycobacteria

pSD26 Mycobacterial acetamide-inducible expression | (3)
vector

pSD26 _mabA WT pSD26 derivative used to induce His-tagged | This work
fusion of MabA in mycobacteria

pSD26 _mabA T1914 pSD26 derivative used to induce His-tagged | This work
fusion of MabA_ TI191A in mycobacteria

pSD26_mabA_T191D pSD26 derivative used to induce His-tagged | This work

fusion of MabA_T191D in mycobacteria




Table S2. Primers used in this study

Primers 5' to 3' Sequence™

pMK1 MabA dir accactcatatgactgccacagccactgaag (Ndel)
pMK1 MabA rev cgaattctgcagcegtecttgtgttgtgtcagt (EcoRI)
pSD26 MabA dir gtgactgccacagccactgaag

pSD26 MabA rev gtggcccatacccatgecge

MabA T21A dir ccegttcagtcectggttgeccggaggaaaccgggggategg
MabA T21A rev ccgatcccccggtttectccggeaaccaggactgaacggg
MabA T114A dir aggtcatcaacgccaacctcgecggggegttccgggtegc
MabA T114A rev gccacccggaacgecccggegaggttggegttgatgacct
MabA T191A dir gctacatcgacaccgatatggeccgegegetggatgageg
MabA T191A rev cgctcatccagegegegggecatatcggtgtcgatgtage
MabA T21D dir atcccgttcagtectggttgacggaggaaaccgggggate
MabA T21D rev gatcccccggtttcctecgteaaccaggactgaacgggat
MabA T114D dir ggtcatcaacgccaacctcgacggggegttcecgggtggct
MabA T114D rev agccacccggaacgecccgtegaggttggegttgatgace
MabA T191D dir ctacatcgacaccgatatggaccgcgegetggatgagegg
MabA T191D rev ccgctcatccagegegeggtecatatcggtgtcgatgtag

* Restriction sites are underlined and specified into brackets.
® Mutagenized bases are shown in bold.
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