S5 Table. Strains and plasmids used in this study.

Strain | Properties | Reference
S. meliloti

Rm2011 Wild type, Strr [1]
Rm2011 AXVI Rm2011 with 16 deletions of GGDEF domain-encoding genes, c-di-GMP?  [2]

Rm2011 Piac-15-rgsP
Rm2011 AXVI Piac-r5-rgsP
Rm2011 Piac-rgsM

Rm2011 rgsP-egfp

Rm2011 rgsP-mCherry

Rm2011 rgsP-mCherry pleD-egfp
Rm2011 rgsP-egfpkm

Rm2011 AXVI rgsP-egfpkm
Rm2011 rgsP-3xflag

Rm2011 rgsM-3xflag

Rm2011 3xflag-mucR

Rm2011 3xflag-mucR Piac-rs-rgsP

Rm2011 3xflag-mucR rgsP-3xflag
Rm2011 3xflag-mucR rgsM-3xflag

Rm2011 3xflag-mucR Piac-rs-rgsP-3xflag

Rm2011 3xflag-mucR Puc-rgsM-3xflag

Rm2011 mVenus-rgsM

Rm2011 mVenus-rgsM rgsP-mCherry

Rm2011 mVenus-rgsM Piac-1s-rgsP

Rm2011 rgsP-mCherry Piac-rgsM

A. tumefaciens
C58
C58 Atu0784-egfp

R. etli
CFN42
CFN42 RHE_CH00976-egfp

E. coli
BL21(DE3)

DH5a

S17-1
BTH101

Plasmids
pABC2S-mob

pG18mob
pK18mob2
pK18mob2-egfp
pK18mobsacB
pK19mob2QHMB
pR_egfp

pR-Pmu

pSRKGm

pSRKGm-parB-mCherry
pSRKKm

Rm2011 rgsP::pK18mob2-Pic-r5-rgsP, conditional RgsP depletion upon lacl This work

expression (yields strain Rm2011 rgsPa!), Kmr
Rm2011 AXVI rgsP::pK18mob2-Piac.15-rgsP, conditional RgsP depletion
upon lacl expression (yields strain Rm2011 AXVI rgsPd!), Kmr

Rm2011 rgsM::pK18mob2-Piac-rgsM, conditional RgsM depletion upon lacl

expression (yields strain Rm2011 rgsMd’), Kmr

Rm2011 expressing egfp-tagged rgsP, markerless insertion
Rm2011 expressing mCherry-tagged rgsP, markerless insertion
Rm2011 rgsP-mCherry pleD::pK18mob2-pleD-egfp, Km*

Rm2011 rgsP::pK18mob2-rgsP-egfp, Kmr

Rm2011 AXVI rgsP::pK18mob2-rgsP-egfp, Kmr

Rm2011 rgsP::pG18mob-rgsP-3xflag, Gm*

Rm2011 rgsM::pG18mob-rgsM-3xflag, Gm*

Rm2011 expressing 3xflag-tagged mucR, markerless insertion
Rm2011 3xflag-mucR rgsP::pK18mob2-Piac-r5-rgsP, conditional RgsP
depletion upon lacl expression (yields strain Rm2011 3xflag-mucR
rgsParl), Kmr

Rm2011 3xflag-mucR expressing 3xflag-tagged rgsP, markerless insertion
Rm2011 3xflag-mucR expressing 3xflag-tagged rgsM, markerless insertion

Rm2011 3xflag-mucR rgsP-3xflag::pK18mob2-Piqc-15-rgsP, conditional
RgsP-3xFLAG depletion upon lacl expression (yields strain Rm2011
3xflag-mucR rgsP-3xflagdr), Kmr

Rm2011 3xflag-mucR rgsM-3xflag::pK18mob2-Piac-rgsM, conditional
RgsM-3xFLAG depletion upon lacl expression (yields strain Rm2011
3xflag-mucR rgsM-3xflagdr’), Kmr

Rm2011 expressing mVenus-tagged rgsM, markerless insertion
Rm2011 mVenus-rgsM expressing mCherry-tagged rgsP, markerless
insertion

Rm2011 mVenus-rgsM rgsP::pK18mob2-Piac-15-rgsP, conditional RgsP
depletion upon lacl expression (yields strain Rm2011 mVenus-rgsM
rgsPar), Kmr

Rm2011 rgsP-mCherry rgsM::pK18mob2-Pia-rgsM, conditional RgsM
depletion upon lacl expression (yields strain Rm2011 rgsP-mCherry
rgsMdrl), Kmr

Wild type, isolated from a cherry tree (Prunus) tumor
C58 Atu0784::pK18mob2-rgsPar-egfp, Kmr

R. etli type strain, isolated from Phaseolus, Sm*
CFN42 RHE_CH00976::pK18mob2-rgsPre-egfp, Kmr

F-ompT gal dcm lon hsdSp(rs-ms-) A(DE3 [lacl lacUV5-T7p07 ind1 sam7
nin5]) [malB*]k-12(A5)

F-endA1 ginV44 thi-1 recAl relA1 gyrA96 deoR nupG purB20
©80dlacZAM15 A(lacZYA-argF)U169, hsdR17 (rk-mx*), A~

E. coli 294 Thi RP4-2-Tc::Mu-Km::Tn7 integrated into the chromosome
cya, BACTH reporter strain

variant of mobilizable repABC-based mini-replicon, single-copy in S.
meliloti, Specr

suicide vector, lacZ, mob, Gm*

suicide vector, lacZ, mob, Kmr

pK18mob?2 carrying egfp, lacZ, mob, Km*

suicide vector, lacZ, mob, sacB, Kmr

integrative plasmid carrying a transcription-termination sequence, Kmr
reporter fusion plasmid carrying P for constitutive expression, Tcr
pR_egfp carrying the tauA promoter from S. meliloti in place of Pyn, Tcr

pBBR1MCS-5-derived broad-host-range expression vector containing lac

promoter and laclq, lacZa*, Gm*
pSRKGm carrying S. meliloti parB fused to mCherry, Gm*

pBBR1MCS-5-derived broad-host-range expression vector containing lac

This work
This work

This work
This work
This work
This work
This work
This work
This work
This work
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This work
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pSRKKm-egfp
pWBT

pWH844

pKT25

pUT18

pUT18C
pUT18C-zip
pKT25-zip
pG18mob-3xflag

pSRKGm-mCherry
pSRKGm-mCherry-ftsZ
pSRKKm-Prysp-egfp
PSRKKm-Primj-Prgsp-egfp
pUT18Spe
pUT18Spe-rgsPacGpEFAEAL
pUT18C-rgsM
pKT25-rgsM

promoter and lacls, lacZo*, Km*

pSRKKm carrying egfp, Kmr

pSRKGm carrying T5 promoter, Gm®

expression vector carrying 6xhis and T5 promoter, Amp*
Plasmid for constructing C-terminal fusions to T25, Kmr
Plasmid for constructing N-terminal fusions to T18, Ampr
Plasmid for constructing C-terminal fusions to T18, Ampr
pUT18C carrying the leucine zipper of GCN4

pKT25 carrying the leucine zipper of GCN4

pG18mob carrying 3xflag including a stop codon cloned into the Xbal and
HindlIII restriction sites, Gmr*

pSRKGm carrying mCherry, Gm*

pSRKGm carrying S. meliloti ftsZ fused to mCherry, Gm*
pSRKKm-egfp carrying rgsP upstream fragment

pSRKKm-egfp carrying rim/ and rgsP upstream fragment
pUT18 with a Spel restriction site upstream of T18 start codon
pUT18Spe carrying rgsP(AA1-s24)

pUT18C carrying rgsM

pKT25 carrying rgsM

Complementation and overexpression constructs

pDJS31

pDJS30

pWBT-SMc00074
pWH844-SMc00074390-970
pABC-rgsP

pABC-rgsP-egfp
pABC-rgsP-3xflag
pABC-rgsPaaL
pABC-rgsPaaL-egfp
PABC-rgsPaaL-3xflag
PABC-rgsPeaaar
pABC-rgsPcanar-egfp
PABC-rgsPcasar-3xflag
PABC-rgsPaxxa
PABC-rgsPaxxa-egfp
PABC-rgsPaxxa-3xflag
pABC-rgsPagaL
PABC-rgsPaeaL-egfp
PABC-rgsPaeaL-3xflag
PABC-rgsPaceper
PABC-rgsPaceper-egfp
PABC-rgsPacener-3xflag
PABC-rgsPacGDEFAEAL
PABC-rgsPacepEraEaL-€gfp

pABC-rgsPaceperacaL-3xflag

PABC-rgsPapas
pABC-rgsPapas-egfp
PABC-rgsPapas-3xflag
PABC-rgsPapasaGGDEFAEAL

PABC-rgsPapasacGpEFAEAL-€GSfD
PABC-rgsPapasaceperaeaL-3xflag

PABC-rgsPa7TMRr-ISMED2

PABC-rgsPa7rmr-pisMED2-€gfp
PABC-rgsParrmr-bismep2-3xflag
PABC-r,gsPa7TMR-DISMED2A7TMR-DISM_7TM
PABC-rgsPa7TMR-DISMED2A7TMR-DISM_7TM-EGfP
PABC-r,gsPa7TMR-DISMED2A7TMR-DISM_7TM~

3xflag

pR-rgsP
pR-rgsP-3xflag
PR-rgsPaaL
pR-rgsPcaaar
PR-rgsPaxxa
PR-rgsPagaL
PR-rgsPaeaL-3xflag
pR-rgsPacepEr
pR-rgsPaceper-3xflag
PR-1gsPacGpEFAEAL
PR-rgsPaceprracaL-3xflag

pET24b(+) carrying dgcAwt, Kmr

pET24b(+) carrying dmxB»t, Km*

pWBT carrying rgsP (SMc00074)

pWHB844 carrying rgsP(AA390-970)

pABC2S-mob carrying 944 bp rgsP upstream fragment with a stop codon
in rim/ at nucleotide position 64, rgsP and egfp

pABC-rgsP without rgsP stop codon

pABC-rgsP-egfp

pABC-rgsP containing E746A mutation

pABC-rgsPaaL without rgsP stop codon

PABC-rgsPaaL-egfp carrying 3xflag in place of egfp
pABC-rgsP containing G619A, D620A and Q621A mutations
PABC-rgsPcaaar without rgsP stop codon
pABC-rgsPeanar-egfp carrying 3xflag in place of egfp
pABC-rgsP R609A and D612A mutations

PABC-rgsPaxxa without rgsP stop codon

PABC-rgsPaxxa-egfp carrying 3xflag in place of egfp
pABC-rgsP with deletion of rgsP(AA716-970)

pPABC-rgsParaL without rgsP stop codon

PABC-rgsParaL-egfp carrying 3xflag in place of egfp
pABC-rgsP with deletion of rgsP(AAs41-697)

PABC-rgsPaceper without rgsP stop codon
PABC-rgsPaceper-egfp carrying 3xflag in place of egfp
pABC-rgsP with deletion of rgsP(AAs41-970)
PABC-rgsPaceperaeaL without rgsP stop codon
PABC-rgsPaceperaraL-egfp carrying 3xflag in place of egfp
pABC-rgsP with deletion of rgsP(AA423-524)

pPABC-rgsPapas without rgsP stop codon

PABC-rgsParas-egfp carrying 3xflag in place of egfp
pABC-rgsP with deletion of rgsP(AA417-970)
PABC-rgsPapasacaperaal without rgsP stop codon
PABC-rgsPapasaceperaeaL-egfp carrying 3xflag in place of egfp
pABC-rgsP with deletion of rgsP(AA49-183)
pABC-rgsPa7rmr-pismenz without rgsP stop codon
pABC-rgsPa7rvr-pismepz-egfp carrying 3xflag in place of egfp
pABC-rgsP with deletion of rgsP(AA49-363)
PABC-rgsPa7TMr-pisMED227TMR-DISM_7TM Without rgsP stop codon
PABC-rgsPa7TMr-pisMED2a7TMR-DISM_7TM-€gfp carrying 3xflag in place of egfp

pR_egfp carrying rgsP and 114 bp rgsP upstream region
pR-rgsP without rgsP stop codon and carrying 3xflag
pR-rgsP containing E746A mutation

pR-rgsP containing G619A, D620A and Q621A mutations
pR-rgsP containing R609A and D612A mutations

pR-rgsP with deletion of rgsP(AA716-970)

pR-rgsPaeaL without rgsP stop codon and carrying 3xflag
pR-rgsP with deletion of rgsP(AAs41-697)

PR-rgsPaceper without rgsP stop codon and carrying 3xflag
pR-rgsP with deletion of rgsP(AAs41-970)

PR-rgsPaceprracaL without rgsP stop codon and carrying 3xflag
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PR-rgsPapas pR-rgsP with deletion of rgsP(AA423-524) This work
pR-rgsParas-3xflag pR-rgsParas without rgsP stop codon and carrying 3xflag This work
PR-rgsPapasaccperaEaL pR-rgsP with deletion of rgsP(AA423-970) This work
PR-rgsPapasaceperaraL-3xflag PR-rgsPapasacaperacaL without rgsP stop codon and carrying 3xflag This work
pR-rgsPa7rvr-pismeD2 pR-rgsP with deletion of rgsP(AA49-183) This work
PpR-rgsPa7rmr-pismeD2-3xflag PR-rgsPa7rmr-pismepz without rgsP stop codon and carrying 3xflag This work
PR-rgsPa7TMR-DISMED2A7TMR-DISM_7TM pR-rgsP with deletion of rgsP(AA49-363) This work
PR-rgsPa7tMR-DISMED2a7TMR-DISM_7TM-3Xflag ~ pR-rgsPa7rmr-pisMED227TMR-DIsM_7TM Without rgsP stop codon and carrying This work
3xflag
PR-Prau-rgsPac PR-Ptau carrying Atu0784 This work
PR-Prau-rgsPre PpR-Piau carrying RHE_CH00976 This work
PR-Ptau-rgsPsm PR-Ptau carrying SMc00074 This work
PR-Peau-rgsMac PR-Piau carrying Atu4178 This work
PR-Prau-rgsMre PR-Ptau carrying RHE_CH03752 This work
pR-Prau-rgsMsm PR-Ptau carrying SMc02432 This work
pSRKKm-rgsM-phoA pSRKKm carrying rgsM fused to phoAgc(AA27-471) This work
pSRKKm-rgsMi.6s-phoA pSRKKm carrying rgsM(AA1-¢6) fused to phoAec(AAz27-471) This work
pSRKKm-rgsMeo-646-phoA pSRKKm carrying rgsM(AAeo-646) fused to phoAec(AAz7-471) This work
pWBT-rgsM pWBT carrying rgsM This work
pWBT-rgsM-3xflag pWBT-rgsM without rgsM stop codon and carrying 3xflag This work
pWBT-rgsMus1oa pWBT-rgsM containing H510A mutation This work
pWBT-rgsMusi0a-3xflag pWBT-rgsMus10a without rgsM stop codon and carrying 3xflag This work
pWH844-rgsP7rmr-pisMED2 pWHB844 carrying rgsP(AAszs-194) This work
pWH844-rgsPpas-ceper pWHB844 carrying rgsP(AA390-715) This work
pWHB844-rgsPpas-ceer-EaL-AAL pWH844-SMc00074390-970 containing E746A mutation This work
pWH844-rgsMs7-646 pWHB844 carrying rgsM(AAs7-646) This work
pWH844-rgsM260-646 pWHB844 carrying rgsM(AAz260-646) This work
Integrative plasmids
pK18mob2-pleD-egfp pK18mob2-egfp carrying 3' portion of pleD [2]
pG18mob-rgsP-3xflag pG18mob-3xflag carrying 3' portion of rgsP This work
pG18mob-rgsM-3xflag pG18mob-3xflag carrying 3' portion of rgsM This work
pK18mob2-rgsP-egfp pK18mob2-egfp carrying 3' portion of rgsP This work
pK18mob2-rgsPar-egfp pK18mob2-egfp carrying 3' portion of Atu0784 This work
pK18mob2-rgsPre-egfp pK18mob2-egfp carrying 3' portion of RHE_CH00976 This work
pK18mob2-Pc-rgsM pK18mob?2 carrying 5' portion of rgsM This work
pK18mob2-Piac-rs5-rgsP pK18mob2 carrying T5 promoter, a Shine-Dalgarno sequence and 5' This work
portion of rgsP
pK18mobsacB-rgsP-3xflag pK18mobsacB carrying 3' portion of rgsP excluding the stop codon, 3xflag This work
and rgsP downstream fragment
pK18mobsacB-rgsM-3xflag pK18mobsacB carrying 3' portion of rgsM excluding the stop codon, This work
mCherry and rgsM downstream fragment
pK18mobsacB-rgsP-egfp pK18mobsacB carrying 3' portion of rgsP excluding the stop codon, egfp ~ This work
and rgsP downstream fragment
pK18mobsacB-rgsP-mCherry pK18mobsacB carrying 3' portion of rgsP excluding the stop codon, This work
mCherry and rgsP downstream fragment
pK18mobsacB-mVenus-rgsM pK18mobsacB carrying 5' portion of rgsM excluding the start codon, This work
mVenus and rgsM upstream fragment
pK18mobsacB-3xflag-mucR pK18mobsacB carrying mucR excluding the start codon, 3xflag and mucR  This work
upstream fragment
pK19mob2QHMB-rgsM pK19mob2QHMB carrying internal portion of rgsM This work
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