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Supplementary Figure S3. The qChIP data indicating the CtrA occupancy at (A) the
promoter of kidO (Pyido), (B) the promoter of tacA (Piaca), (C) the promoter of fIbT (Psb7)
and (D) at the chromosomal origin of replication, Co, in WT, AnstA, and A nstA
cckA(L228P) cells. The data represented are the average of 3 independent experiments
+SE.
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Supplementary Figure S4. Relative $-galactosidase activities of (A) Pum-lacZ reporter,
and (B) Pmr-lacZ reporter, in WT, AnstA, and A nstA cckA(L228P) cells. The data
represented in (A) and (B) are the average of 3 independent experiments +SE.
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Supplementary Methods

Strain construction

The various cckA point mutant strains namely SN208 [AnstA cckA (L228P)],
LK98 [WT cckA(R356C)], LK100 [AnstA cckA(F496C)], LK109 [WT cckA(L228P)],
LK122 [WT cckA(A317V)], LK124 [WT cckA(F493C)], LK128 [WT cckA(F392L)] and
LK135 [WT cckA(D364G)] were generated by Ultraviolet (UV) radiation based

mutagenesis using WT or SKR1797 (AnstA) (1).

The strains namely SN227 [AnstA cckA (L228P) + pMT 335-nstADD], SN1140
[WT cckA(L228P) + pMT335-P,a,-nstADD], SN1141 [WT cckA(A317V) + pMT335-P,an-
nstADD], SN1142 [WT cckA(F493C) + pMT335-P,.,-nstADD], SN1144 [WT
cckA(F392L) + pMT335-P,.,-nstADD], SN1145 [WT cckA(D364G) + pMT335-P,an-
nstADD], SN1151 [WT cckA(R356C) + pMT335-P,,,-nstADD] and SN1152 [AnstA
cckA(F496C) + pMT335-P,,,-nstADD] were made by electroporating pSKR126 (pPyan-
nstADD) (1) into SN208 [AnstA cckA (L228P)], LK109 [WT cckA(L228P)], LK122 [WT
cCkA(A317V)], LK124 [WT cckA(F493C)], LK128 [WT cckA(F392L)], LK135 [WT

cckA(D364G)], LK98 [WT cckA(R356C)] and LK100 [AnstA cckA(F496C)] respectively,

The strains SN377 (WT, xylX::Py-gfp-parB), SN379 [AnstA cckA(L228P);
xylX::Py,-gfp-parB] and SN559 (AnstA; xylX:Py-gfp-parB) were made by
electroporating pSN190 (pXGFP4C1-P,,-gfp-parB) into WT, SN208 and SKR1797

respectively.

The strains SN461 [AnstA cckA(L228P) + pJSX-dnaA], SN465 [AnstA

cCkA(L228P) + pJSX-dnaA (R357A)] and SN467 [AnstA cckA(L228P)+pJS14] were
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made by electroporating pJSX-dnaA, pJSX-dnaA (R357A) (2) and pJS14 into SN208,

respectively.

The strains SN505 (WT; xylX:: Pygfp-parB + pMT335) and SN1153 ( WT;
xylX::Pxy-gfp-parB + pMT335-P,.,-nstADD) were made by electroporating pMT335 (3)

and pSKR126 into the strain SN377, respectively.

The strains SN740 (WT + pLac290-Pia-lacZ), SN742 (AnstA + pLac290-Ppia-
lacZ) and SN744 [AnstA cckA(L228P) + plLac290-Ppisa-lacZ) were made by
electroporating pJS70 (pLac290-Ppis-lacZ) (4) into WT, SKR1797 and SN208,

respectively.

The strains SN741 (WT + pLac290-Pica-lacZ), SN743 (AnstA + pLac290-Piaca-
lacZ) and SN745 [AnstA cckA(L228P) + plLac290-Pica-lacZ) were made by
electroporating pMV05 (pLac290-Pca-lacZ) (5) into WT, SKR1797 and SN208,

respectively.

The strains SN1361 (WT + pLac290-Pgy-lacZ), SN1365 (AnstA + pLac290-Pgy-
lacZ) and SN1369 [AnstA cckA(L228P) + pLac290-Pgy-lacZ) were made by

electroporating pLac290-Pgy-lacZ into WT, SKR1797 and SN208, respectively.

The strains SN1406 (WT + pLac290-Pg,r~lacZ), SN1407 (AnstA + pLac290-Pgyr-
lacZ) and SN1408 [AnstA cckA(L228P) + pLac290-Pg,r-lacZ) were made by

electroporating pLac290-Pg,rlacZ into WT, SKR1797 and SN208, respectively.

The cckA(L228P) back cross strain SN769 [AnstA; cckA(L228P)] was made by

backcrossing the cckA(L228P) point mutation in SN208 into SKR1797. pSN155
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82 (pPNPTS-cckA backcross construct) was used to transform SN208 and the transformants
83 were plated on PYE supplemented with Kanamycin. Further gCr30 lysates of the
84 transformants were made and was used for transducing into SKR1797 thereby
85 generating SN769. The backcross strain, SN769, was electroporated with pSKR126, to

86 obtain SN771 [AnstA; cckA(L228P) + pMT335-Pa,-nstADD].

87 The strain SKR1800 (WT + pMT335-P,.,-nstADD) is previously described (1).

88 Plasmid construction

89 The plasmid pSN155 (pNPTS-cckA-backcross) construct was made by
90 PCR amplifying a region 750bp (approx.) upstream of cckA. The PCR fragment was
91 digested with EcoRI/Hindlll. The digested fragment was ligated into pNPTS138 (M.R.K

92  Alley, unpublished) cut with EcoRI/Hindlll.

93 Plasmid pSN190 (pXGFP4-C1-Py-gfp-parB) was made by PCR amplifying parB
94 and cleaving it with Bglll/EcoRIl, wherein the predicted the start codon ATG was
95 replaced with GTG that carried an overlapping Bglll recognition site to allow proper
96 placement of parB facilitating N-terminal GFP fusion. The alleles were ligated into

97 pXGFP4-C1 vector (M.R.K Alley unpublished) cut with Bglll/EcoRlI.

98 To make pSN205 (Pamm-lacZ, a kind gift from Patrick Viollier) nucleotides
99  2298862-2299971 of NA1000 genome (CP001340) was amplified and ligated as
100  EcoRI/HindIll fragment into a medium-copy plasmid pJGZ290 (6) to drive the

101  transcription of the promoterless lacZ gene.

102
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Plasmid pSN206 (Psr-/lacZ, a kind gift from Patrick Viollier) was made by
amplifying nucleotides 1633750-1634327 of the NA1000 genome (CP001340) and
ligating as EcoRI/Hindlll fragment into the medium-copy plasmid pJGZ290 (6) to drive

the transcription of the promoterless lacZ gene.
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