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Supplementary Figure 1. The distribution of Rgg1-SHP (a) and Rgg2-SHP (b) systems
in different bacterial taxa. ¢) Physico-chemical signatures of LCPs (red) and of PptAB-
exported streptococcal SHPs (green) and enterococcal PrgX-like (blue) mature quorum

sensing peptides. The panel displays the coordinates of each peptide sequence in the



two first principal components of the space of 66 physiochemical amino-acid descriptors
(the 10 Blosum indices, 3 Cruciani properties, 6 FASGAI vectors, 10 Kidera factors, 3
MS-WHIM scores, 8 protFP descriptors, 8 ST-scales, 5 T-scales, 8 VHSE-scales and 5
Z-scales implemented in the ‘Peptides’ R package). d) Clustered heatmap representing
the enrichment of each amino-acid type within LCPs (red), SHPs (green) and PrgX (blue):
non-polar (A,C,F,G,l.L.M,P,V,W,Y), aromatic (F,H,W,Y), aliphatic (A,lL,V), small
(AB,C,D,G,N,P,ST)V), tiny (AC,GST), polar (DEHKNQR,ST,Z), charged

(B,D,E,H,K,R,Z), acidic (B,D,E,Z) and basic (H,K,R).
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Spor_MWLLLLFL Pllkove -GDYLTROT| H IKNNLB I EsTKLLY | EONENUNVvOBEL FISNNFKRYQEFIDMDTAKHYFENQDTTGIHQILTSYKD - -
Spse_MWLLLLFL PEKQVC-GDYLT HEBF | KNNLDISSTKLLY | EDN INVOBELFISNNFKRYQEFTODMDTAKQYFETQONISGENHILESYKD -
Spyo_MWLLLLFL SIKQVC-GDYLT YRE I KNNLD ISSKKLLY I LONBNVNVOEELFISNNFKQYKEFIDMDTAKHYFECRN I EGENHILDSYKD -
Sthe_MWLLLLFL FSILKQ1C-GDYL YREVKDEIDISAKKLFY I LDSENVUNVOERLFINNNFQVSKEFSDMEKVKFHFENKD | KEBNNLLTNYSS -
Ssal_MWLILLFL HFSVKQIC-GNYL YREVNNEVD I SSTKLFYLLNHENVNVOEFLFICNNFQLEKEFTOMEKIKIYFEKNN I VGBONLLTSYSS - -
Efac_MWIWLLLLFL KDVC -GKEL YKEVKGETSTS I TNFSY I LOKBCVEFDEFLLIQONGYEEKEY I KIMKSLKKLFESKNASKISKIKQYCFDN -
Ecas_MKSYFIMIF 1 RNIY-EGHF YW1 INGEIETS I VTENHILNQBHWTYDEFFHICKQHNYGRNIDYLSKIEWESLKQSRFEBTDISQNLSEE -
Emun_MWYLLLILY 1 KNIC-TDYF FRIVNDMVETS | INFOH I | EKENVSYD FFLC EKTAQTHETLMHD I KIAYLKKDVSEBON I KKAMVNI -
Efac_MFFWLLLLFL 1 SSLC-SGVIAKSTMTRCVONKTS ISTEIFFEFETNENVTFE DYSKDIYIELMEQIKVSFESRNL I KBKEIKKICNQKD
Velu_MFWWLLVIL 1 KNLC -GDRL ITREVNGETDTSATNFLYFLDR TFN INYHLSEEKLLLLNLQEYYLKNDLVKEBNDLKKECLFLS
Emal_MWWLILIDF 1 - -MEVWEIVERYV| SEIC-GEEV] DRFVKNEADTTVSKLTYFLDRINLDYD] LKIFNVPDNVNAVSMMHKEIQT FLSKDTEEBORIAEFCRVKQ
Ehul MWWLILIVS 1---- - -MEVWE | VERV| AEIC-GDEI DRFVKNEADTTVSKLTYFLERINLOYDELKIFNYPENVNEASHMMKE IQTAFLSKDTEEMLRIADFCRVRQ
Beer MWWWIIITL 1.--- KDVC -GD F V] INREVNNRADTSVTNLTYMLSRINMY FOELKAFDYPKDVNVISQIMGEIRNAFMKKDVEEMI RLESLCNLVK
Bthu_MGGWIDIL 1. s KDLC -DG IV} HREA160SDTS I LNLSLFMDRIBQ 1 SPDEEFLIIHNNYASDKIVSFLKELSRAYRVODLQGIRSLRSKLEADF
Bcer_MGGWIDIF 1. MYINIHILGGNYLFGPTHEK KDLC -DG I V] HRFA1GOSDTS I LNLSLFIDREHISPNEFFLIHNNYASDKIVSFLKELSRAYRVODLQGIRSLRSKLESDF
Lsph_MGGWIDIFYVITLFIF LMNGKMYTN I Y1 LGGFAMFGPTIEM KDLC-DGIVT HRFEASGOTDTS IHNLSLFMDREH I SPNEEFLIHSDYASDKVVCFLKELSRAYRVOD I QERSLRKKLEADF
Sdel_MGGLICFTYYLKQQ 1 - -MFBATIE! PVTSLC-ENIFT Y KYVNNRMDTS | TNFFSLEDREN I TPEBFL I IHENGRSNKTMKVLETLDHFT I KKDVSSBKSMTKI ISIQF
Ppen_MEYVLFFLFF 1 “MVLSKTIAK LTVNDL I - RONM] INBFAAGKAD | HSHYF I ELLKR LTEIEYIDORGYVPKDINIYLSRIKKFENKRDANABKGI | KILESEY
Lmur_MVFOPLFMW 1 -MEYHKVISEL KVSDLL - GDNM| INBF I SGKTD | YSQHLLAL v FSELEYFASGYNTSKEDTFFLKVVLAAQAKDHEGEVLCYRQAQSLA
Paci_MVFGPLFMW 1- -« -MEYHKVISEL| KVSDLI - GDNM| NBF | SGKTD | YSQHLLAL VSFSKLEYIANGYNTSKEDTFFLKVILAARAKDHEGH I LCYRQAQSLA
Lani_MWKMGLLFP 1- -« -MEYHKVIISEL KVSDL I - GDNM! INRE1SGKTD I YSQHLLAL FSELEYNANGYNTSKEDTFFLKVVLAARAKDHEGHI LCYRQAQSLA
TESS_MWGFLIFLIL 1 -+ -MEIYEAVATL EEAI -GNSM; NBY INGKTDLYTSHFLELLEKBHVSLEEI EFMCNGYTDNVEKQLMKELKHAFEDQN IHEENFILQHCRNEY
Tshc _MWGFMIFLIL 1 - -MEIYEAVATL EEAI -GNSM; Y INGKTDLYTSHFLELLEKBHVS LEEI EFMCNGY TDNVEKQLMKELKHAFEDON IHEBNF I LQHCRNEY
Agil_MWGFLLFLW 1 - -MD1YEININK KEID-KYSVSKI YVNGETDLNSFSFLKLLOTBHWSLEEVOHIKNGYGLNDQQKILIDIKNAFESQD | KKBKLLKRMCALNG
Jeic _MEVFLLLLQ 1 - -VNFBKTLNQ NELV-EDIMTRSTHNREKNGE IDTS I SKFENRLLMREN I SYEBFLFIHNGYHNNPTIVAILEIEVHFNSGNKDKBRVLONKLSEED
Lreu_MLLWLLLL 1 - -KDWBKTHISY KOV -GEKITRSAMSREASGOTNTS IDNFFFFMONEH INFEBF I YIONKYELDKYQKLLKKAQVATHOKN | KEBEKI KNRFDNYA
Lreu_MLLWLLLL 1 - -KDWBKT KQV1 -GEKI TRSAMSREASGQTNTS IDNFFFFMNNBHINFEBE | YIONKYEIDKYQKLLKKAQVATHOKN I KEBEKIKKRFDNYA
Lava_MLFLLFFL 1 - - -ENYBKIVSN GKLI-SGVCERTAMRNEVMNQTGTSVONFMRL HUS YT KV ANGFETDYEQRFVIDLQKAIAQGNLKREDALLQRTLNYC
Lava_MGIKMVWIL 1 - - -MNFBKANSNIRKNEHIS 1001 T-ANT I TKESENEF I NGETQPS INSFLTLLONBHUSFE SRGYKPDYFNEIAMQIRDAT ITRNISLBOEIHATISTYA
Ecas_MFLVKVGLT 1 ---NNINKIVBSLIKNR RSINTKAL -HGVMEKSNEYREVNGE 1D I SLSKFLKLIKYNDIALK ISFTAINVTDDKFINOLYAIISSVRRNDMKV KNFISNSSKL -
Lbre_MWCLFLLAF 1 - -YEF TT EK SVRVLV-DGIMSISOMSRY KTGONSLEVSKLFALIDR t: TFE HEKTDPNSFKHLQDQLMKEFSEKD | VSERQIAEQAQSQF
Epla_MWALILLNF 1 --1DL aT DF SHKILT-TGVISRSOMHRI INNQSEISAVTFFKLEEQ 1E HV GNSFKEDEFKRLFKNVKRAFLEKN | EKBEELKLYSLNLH
Edur_MIFVSAWFLLIFLLF 1 - -ENLBVAFSK: DE KISVKD | VRNNKLSESQMYREVKQESD I GLTKFLNLLENBNMQFEEF | YLLPESKND - LQHSMMT I SEAFNHODHEKBKELESAFSTTY
Gbal_MWAWFLVLMKIF 1 --TYYGELNING LSVSYLT-EGILSKSQMYKEI ANTSEISISKFOKLLARBAISSNEEYHL - - -YQEQQQ! ITLPVIMKTFEQQDVSTHIHLHTQLEQQY
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Occupancy h

| -

|
Spor_MWLLLLFL 212Q1KNYS CIYBRCCIAFFEBI IDI1--HGK-EGAERKCEKILQVFELLNCKT IHKMFKAYLKDIKNKVKYA- - - - -
Spse_MWLLLLFL 212Q1 KNYN CLYERCCISFEEGBI IGMI - -YGQ-KGAEQKCEKILQVFQLLNCKTVHKMEKSYLQD | KNKT - - - .-
Spyo _MWLLLLFL 212 KIEDYQENDDCLYBRCCVSFEDGI IGLI - -NGK-EGAEQKCVQILEIFQLLNCKT IHHMFQTYLEAIKHKLS - - - - - - - R
Sthe_MWLLLLFL 212 TVQTFKENDDCLYBKSCILFESEVLNYL--TRK-TSTLNNCFSVITYFKMVGSTSIASMFELYLENLVKNYPYQI - - - - .
Ssal MWLILLFL 212 | AKNFKINDDCMYBKSC I VEENEVLNLL - -NGE- 1SSLKICKSIIKYFNLIGSLS | AAMFESYLDTLIKNNPHITEN- - o
Efac_MWIWLLLLFL 214 1 IKEIDESEDA | FERCSILFLEALINFI - -NEE-NNAEKQIINILNVFNTSNSSNMYSMYHDCY I HVKENKNDFQMLI L ...
Ecas_MKSYFIMIF 218 LARRIDLPEDSLFERNLALFWSBFFEIR- -DGY -SAGETKIKNSLAVFQLLKSETFY IMYKRIYMVIR -« --nvnnnn .-
Emun_MWYLLLILY 217 RAKE | FLEEEALFEKT | | LFWDGFFEFH - -DGN - EVGKKD I ESALNI FOLLGSTNLLNMHNELYEFF---- .- - .- .-
Efac_MFFWLLLLFL 218 L1QNIPLNEDCLFERTAVLFEDGVHELLF -KGS - EDSHKKIKEAILIFDILHCYNFKKMEITLYEQIKTLDLSK- -« .-
Velu_MFWWLLVIL 216 VLTNLDLSENFVKERLFLLYYEGI | KMLI -YND -SEGKELVVQSISCATFLNMTDTSEVLNNMYTFIKNLYNIE- - - - -
Emal_MWWLILIDF 21SRLDE YFEMNLRLLLQBIWEVL - - RGN - EQGKEKVHQSLKVCEVLSSKQVOSMNVDLLKVIEOLFEVDFELTGITTA-
Ehul MWWLILIVS 215 KMDD YFEANLRLLLKGIWETL - -RGN-DQGKEKVKQSLKVCEYLSSEQYQKMNYELLIYVEKLFNVDFELEEMSAY -
Beer_MWWWIIITL 215 KINSF KNLKLVINGIWECL - -RGN-KEGEEMLKKAQLVCKY IGADNYYKMNEEL | EFIKQKYEIKIST---- ...
Bthu_MGGWIDIL 212 LLGT I ELNDSDFFEKTLSKIEKBFYEINI -NNN-RKNISEI IKTIEFVGHI EADEHEIMFTRMLDY | LEHSDVEKGNYVYES - -
Bcer_MGGWIDIF 224 LLGTIQLNDSDFFEKTLSKIEKBFYEINI -NNN-RKNISEVIKTIDFVGHI EADEHEIMETRMLDY | LEHSDLEKGNYVYES - -
Lsph_MGGWIDIFYVITLFIF 228 LLNT1QLNDSDFFEKALFKI FYDITI-HKD-QNSISEVIKTIEFVGHI EAREHEVMENRMLDF I LEHSGLEKVHSLKT - - -
Sdel_MGGLICFTYYLKQQ 212 MAYN I SVKENNFFELYMVKLEKLFETYL - -KSPSNNIENAIVLHIKFCDS | GANNYKNMFESLFEKIQK- - - - - .-
Poen_MEYVLFFLFF 216 KLEEFQVKEEHVYBRILLLFFKE I RKKLEGYSE- I EYNKEFNKLYFILDVLQMEEQKRI FKNAIAKL - - - -
Lmur_MVFDPLEMW 216 LLENYDETENLVYBKLLFTFETNLKKLLLHQPA-NTWRRPLSKCIATAKFLOMPNLAEKFEQTILQITN - - - - --
Paci_MVFGPLEMW 216 LLENYDLTENLVYBKLLLTFETNLKKLLLHQPA-NTWRRPLTKCIATAKFLDMPNLAEKFEQTILQITN - - - - .-
Lani_MWKMGLLFP 216 LLENYDLTENLVYEBKLLLTFEINLKKLLLHQPA-NTWRRPLTKCIATAKFLOMPNLAEKFEQTILQITD - -
TESS_MWGFLIFLIL 216 | LEKHPLNEDQAYBALLQKFL IBVKLIL - - 1DD-SKGDEVVKDCIQTMOFLNMEKMAIMSTGL I EHILENKQKNQLO - -
Tshe_MWGFMIFLIL 216 | LEKHPLNEDQAYBALLOKFLIGVKLIL--1DD-SKGDEVVKDCIQAMQFLNMEKMATMSTGL I EHILENKQKNQPQ - -
Agil_MWGFLLFLW 21SEINS SDHLYEK! | LKMENNLQGFL--LEE-DIAIEEINRCIDFLSFIEAKTLDRMFKDLFTDLRKKYNLNRERV -
Jeic_MEVFLLLLQ 217RLSIFPTRETLFFESFFEKLLASYLDYA- -EGE-REASKNFSSFVESLQLIGKDELSEKIVSLNHWIVTNY - - - -
Lreu_MLLWLLLL 220 EIDEFHEHGDMFFEKVLRMYETELVDFI - -SSK-GQEQALLNESLDILKSISKNEYYAVLSTYLTKMKKQYEILD
Lreu MLLWLLLL 220 EIDEFQLHGDMFFEKVLRMYETGLVDFI - -SSK-GQEQTLLNESLD I LKSISRNEYYAVLSTYLTKMKQQYKLLD
Lava_MLFLLFFL 220 LINNYQLNEDMLFEETLRLYETGILDLI - -NQRISVGMTKVKQALEVLS I LNAKDYHQNLKQYLDQI I LKYDLDVKG -
Lava_MGIKMVWIL 218 KLENFS MUFEKTLYKLESGI VFLL- -5SQ-51GLONIKEAIQILQLTDSKGYLKAALTFIKEVCQTYHFRNTELSCLLKESYQKLNQ
Ecas_MFLVKVGLT 218 ILNQIKISNNQIYEKLCVKFENEINDLS - -QGI -SKNTTKAEYYISILKDLEDQRYL-LLEDILDNLTESRGVLFEKV-
Lbre_MWCLFLLAF 221 I LNNLKEOPMLTTEKL | I TFEKBVQEYL - -EKP-GKPLDTCLMVLD | IKKLELTQLQLKLGNVVDVLKQNTDASSTN - -
Epla_MWALILLNF 218 ILVNLNISDELLLEQVLONFEIGLSLI | --TEDCPNGILITKRNIDFLKQLN -NSYWRVLENIYAVTITVINKK-----
Edur_MIFVSAWFLLIFLLF 219 ELEQ I EVGEEH | YEKILLKFWKQLS Y1 - -QNPSNDTLTEMQTLLDOHLAFFDCHSLIRMLSEITTFTVKVIPYK- - - -«

Gbal_MWAWFLVLMKIF 212 YLKKCNI - -QTLEAQILLYFWQQVYLYTV-LNN-KDALNNLHHLVDYLKQLQIAPLVYLLENIISQLPLQDS- -
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Supplementary Figure 2. Differential conservation of amino acids across regions
of LCP clan receptors. Structure-guided multiple sequence alignment of receptors
paired with LCPs. Each row depicts a receptor sequence, labeled according to their
species origin and their cognate LCP. The structural domains and the LCP-contacting
residues of RopB from S. pyogenes are mapped onto corresponding sites of the
alignment. The conservation level of each site is displayed in the bottom of the alignment,
and the most conserved amino acids at each site are highlighted in different shades of

blue.



Supplementary Figure 3

a
2.5 « SIP contacting residue
2.0
.2
8 15
n
S 1.0
<
0.5
0.0 oxre o Eo Eews o) T Fr ‘
0 10 200
AA position in RopB
b

Supplementary Figure 3. Differential selective pressure across regions of RopB
clan receptors. a, Site-wise dN/dS of each amino acid in the alignment in fig. S2 (the
closer to 0, the higher the inferred purifying selection acting against amino acid
substitution). Sites corresponding to LCP-contacting residues in RopB are highlighted in
red. b, Structure of the LCP-binding pocket of RopB (PDB code: 6DQL). The boundary of

the LCP-binding pocket is marked as dashed lines. The secondary structure (helices a1-

12) of RopB-CTD is labeled and the highly conserved helix a6 is highlighted in red.



Supplementary Figure 4

Encoding LCP  ysA of RopB's
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(%)  cluster _
Streptococcus porcinus  MWLLLLFL M - Chromosome
Streptococcus pseudoporcinus  MWLLLLFL Plasmid
Streptococcus pyogenes MWLLLLFL
Streptococcus thermophilus  MWLLLLFL . ICE
Streptococcus salivarius  MWLILLFL |:| Unclassified
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Supplementary Figure 4. Co-evolution receptor-LCP pairs. a, Mapping LCP-
contacting residues and LCP sequences. Each line corresponds to a candidate receptor-
LCP pair of a given species. The corresponding physiochemical cluster of the LCP is
highlighted in color (as in panel b), and the LCP-contacting residues are displayed at the

right. The LCP-contacting amino-acids are colored according to their conservation level



in the multiple sequence alignment. The green boxes indicate outlier LCP-binding
residues, whose cognate LCPs also deviate from the canonical LCP signature in the PCA
of peptide chemical descriptors. The red box highlights identical LCP-contacting residues
associated with distinct LCPs, which nonetheless harbor an identical region. b, PCA of

LCP chemical signatures.
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entire receptors, LCP contacting residues, and predicted LCPs.



Supplementary Figure 6

a

Bright Fluore-
field scence Merged

LCPss*

LCPss* +
LCPss

LCPss* +
FITC-
LCPss

40000 -

30000

ts (RFU)

20000 -

uni

10000 -
0.

Relative fluorescence

01 0.2 05 1.0

DMSO
LCPss

FITC-LCPss (in uM)

Supplementary Figure 6. a, Confocal microscopy images of the LCPss* mutant strain
either unsupplemented or supplemented with the indicated synthetic peptide. For each

sample, bright-field, fluorescence-field, and merged images are shown. Magnified view



of the FITC—LCPss—supplemented growth. b, The LCPss* mutant strain was grown to the
late exponential phase (Aso0 ~ 2.0) and supplemented with either the indicated synthetic
peptide or the carrier for the synthetic peptides (DMSO). Unmodified LCPss was added at
a final concentration of 1 yM, whereas varying concentrations FITC-LCPss were used.
After 30 min of incubation at 37 °C, cells were washed three times with sterile PBS,
suspended in PBS, and lysed. Fluorescence measurements were obtained with clarified
cell lysates using excitation and emission wavelengths of 480 nm and 520 nm,
respectively. The unsupplemented LCPss* mutant strain was used as a reference, and

changes in relative fluorescence units (RFU) relative to the reference are shown.
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Supplementary Figure 7. Analysis of RopBss binding sites within the ropBss-NRPS-BGC
intergenic region. a, the ropBss, LCPss, and NRPS-BGC genes are marked by block
arrows. The bent arrow above the line indicates the putative transcription start site of
LCPss (PLCPss). Numbers indicate the nucleotide positions relative to the first nucleotide

of NRPS-BGC start codon. Promoter fragments (probes 1-3) tested for RopBss binding in



the electrophoretic mobility shift assay (EMSA) are shown as bars and the numbers at
either side of each probe indicate the positions of 5’ and 3’ ends of the fragment relative
to the first nucleotide of NRPS-BGC start codon. b, increasing concentrations of purified
apo-RopBss and LCPss-bound RopBss (50, 100, 150, and 200 nM of RopBss) were
incubated with the indicated probe and reaction mixtures were resolved on a 10% native-
PAGE. Synthetic LCPss was added in the reaction mixture at a final concentration of 1 yM
to generate LCPss-bound RopBss. The positions of free (F) and RopBss-bound (B) probes
are marked. ¢, analysis of RopBss binding sites within the ropBss-L CPss intergenic region.
The nucleotide sequence within the ropBss-LCPss intergenic region is shown and the
promoter fragments (probes 1-3) tested for RopBss binding in the EMSA are boxed and
shaded in different colors. d, increasing concentrations of purified apo-RopBss and LCPss-
bound RopBss (50, 100, 150, and 200 nM of RopBss) were incubated with the indicated
probe and reaction mixtures were resolved on a 10% native-PAGE. e, the nucleotide
sequence of RopBss binding site in PLCPss and the nucleotide sequence used in the FP
studies is boxed. The inverted repeats within the RopBss binding site are marked by
arrows above. f, comparison of RopBss and RopB-GAS binding sites. The 12-4-12 bp
motif in RopBss binding site and 9-7-9 bp motif in RopB-GAS binding site are labeled. g,
increasing concentrations of purified apo-RopBss and LCPss-bound RopBss (50, 100, 150,
and 200 nM of RopBss) were incubated oligoduplex containing the identified RopB-binding
site and reaction mixtures were resolved on a 10% native-PAGE. h, Analyses of the
binding between the FITC-labeled oligoduplex containing the putative RopBss-binding site

and apo-RopBss, LCPss-bound, or SCRA-bound RopBss, as assessed by FP assay.



Supplementary Table 1. Bacterial strains and plasmids used in this study

Strain or

Plasmid Description Reference
Strains
WT https://www.ncbi.nim
i i ; .nih.gov/Traces/wgs/
Stre/;).tocgccus Streptococcus salivarius strain DS85_40B JAIQWTO1 ?displaye
salivarius contigs
S. salivarius mutant strain that has the
LCPss* start codon of LCPss changed to This study
stop codon in WT SAL
S. salivarius strain in which the stop codon
LCPss*::LCPss introduced in the LCPss* mutant strain was | This study
reversed to start codon
S. salivarius mutant strain that has the
AropBss ropBss coding region inactivated by This study
marker less deletion in WT SAL
AropBss::ropBss S. salivarius strain in which the ropBss coding
region was reintroduced in the AropBss | This study

mutant strain

https://www.dsmz.de

Enterococcus Enterococcus malodoratus ZOItle-fti/onfatallggt,{Ae
malodoratus DSM strain number DSM 20681 S E—
https://www.dsmz.de
treot trept rcin collection/catalogue
Strep (.)COCCUS Strep .OCOCCUS poreinus details/culture/DSM-

porcinus DSM strain number DSM 20725 50725
Limosilactobacillus Limosilactobacillus reuteri https://www.dsmz.de
reuteri DSM strain number DSM 32035 collection/catalogue
details/culture/DSM-

32035

E. coli DH5a Host strain for cloning purposes

E. coli BL21(DE3)

Host strain for protein overexpression, F-,
ompT, hsdSB(rB-mB-), gal (A ¢ | 857, ind1,
Sam7, nin5, lacUV-T7 gene1), dcm(DE3)

Plasmids




pJL

Low-copy number plasmid capable of
replication in Escherichia coli, but a suicide
vector in streptococcus. Chloramphenicol
resistant. Used to generate isoallelic S.
salivarius mutants

pET28a

Overexpression vector for N-terminally
hexahistidine tagged recombinant
proteins, KmR

Novagen

PET28a-ropBss

pET28a carries ropBss gene for
overexpression of N-terminally
hexahistidine tagged recombinant ropBss

This study




Supplementary table 2. Primers used in this study

Primer Sequence 5" -3’ Purpose
GTATCGATAAGCTTGATATCGAATTCCTGC | 5’ primer for 5 region of
AropBss A AGCCCGGGGGATCTCCCATAGCTTTATTA | ropBss to delete ropBss
AACGAAAATTTCTTTAC
GGATGAAATTAATGCATAAATGAAGATGAT | 3’ primer for 5 region of
AropBss B CGATTGCTTGTCC ropBss to delete ropBss
GGACAAGCAATCGATCATCTTCATTTATGC | 5 primer for 3’ region of
AropBss C ATTAATTTCATCC ropBss to delete ropBss
GGGATTTTGGTCATGAGATTATCAAAAAG | 3’ primer for 3’ region of
AropBss D GATCGATATGTCAGGAGCCTATATGCCAC | ropBss to delete ropBss
TAG
CAATACATTAAGTGTGGAGGTAACTATTAG |5 primer of LCPss to
LCPss™ A TGGTTGATTTTACTATTTCTTTGA change the LCPss start
codon to stop codon
TCAAAGAAATAGTAAAATCAACCACTAATA | 3 primer of LCPss to
LCPss* B GTTACCTCCACACTTAATGTATTG change the LCPss start
codon to stop codon
5 primer for & region of
AoppADss A GTCAATTTACTTGGCAAAAGA oppA to delete oppADss
3’ primer for 5’ region of
AoppADss B ?g¥é¥:?lg’;TTATAACATGTATTGATGGT oppA to delete oppADss
5 primer for spc along
AoppADss C TCTATACACAACCATCAATACATGTTATAA | with  oppAss overlap
TAACTATAAC sequence to  delete
oppADss
3’ primer for 5’ region of
AoppADss D CATCCGGATGACAAGCCA oppDss to delete
oppADss




AoppADss TCGCGAGCCGATAATATTACTTATAATTTT |5 primer for spc along
SpcF TTTAATCTGTTATTTAAATAG with oppDss  overlap
sequence to  delete
oppADss
AoppADss 3’ primer for spc along
N CTATTTAAATAACAGATTAAAAAAATTATAA ith D |
P GTAATATTATCGGCTCGCGA with-opptss overap
sequence to  delete
oppADss
S. porcinus 5’ primer for S. porcinus
speB_qRT Fwd TGCGTGAAATTTGGTGAACAG speB qRT-PCR
S. porcinus 3’ primer for S. porcinus

speB_qRT Rev

ATATGGACTACGGCCCATCTA

speB qRT-PCR

S. porcinus
tufA_gRT Fwd

GGACACGCGGACTATGTTAAA

5’ primer for S. porcinus
reference gene tufA qRT-
PCR

S. porcinus
tufA_gRT Rev

AGGATGTGCTCACGAGTTTG

3’ primer for S. porcinus
reference gene tufA qRT-
PCR

E. malodoratus
16S qRT Fwd

CATCCCTTGACGGTATCTAACC

for E.

reference

5 primer
malodoratus
gene 16S rRNA qRT-
PCR

E. malodoratus
16S gRT Rev

CTCGCTTTACGCCCAATAAATC

for E.

reference

3 primer
malodoratus
gene 16S rRNA qRT-
PCR

E. malodoratus
T7SS qRT Fwd

ACGATGTGTGGGTCTCTTTATC

5 primer for E.
malodoratus T7SS qRT-
PCR




E. malodoratus
T7SS qRT Rev

TCAACGAATCGTGCAGATGTA

3 primer for E.
malodoratus T7SS qRT-
PCR

E. malodoratus
T7-eff QRT Fwd

GTGACAAAGTCTCTGCCCAATA

5 primer for E.
malodoratus T7-eff qRT-
PCR

E. malodoratus
T7-eff QRT Rev

GAGGATCAAACTTCGCAGGTAA

3 primer for E.
malodoratus T7-eff qRT-
PCR

E. malodoratus
hypothetical
gene 1 qRT Fwd

CTAGCAGCTCTTCCATTTGTTTC

5 primer for E.
malodoratus gene 1 rRNA
gRT-PCR

E. malodoratus
hypothetical
gene 1 qRT Rev

CATAGAATTGACCTTGCGAATCG

3 primer for E.
malodoratus gene 1 rRNA
gRT-PCR

L. reuteri tufA
gRT Fwd

GAAGGTGACCCAGAACAAGAA

5’ primer for L. reuteri tufA
gRT-PCR with the locus
tag A4V07_02000

L. reuteri tufA
gRT Rev

CATGAATGGCTTGTCAGTAGGA

3’ primer for L. reuteri tufA
gRT-PCR with the locus
tag A4V07_02000

L. reuteri ABC
transporter gene
1 gRT Fwd

CAAGTTGGTGTCGTCAGTGATA

5 primer for L. reuteri
ABC transporter gene 1
gRT-PCR with the locus
tag A4V07_07970

L. reuteri ABC
transporter gene
1 gRT Rev

CATAGAATTGACCTTGCGAATCG

3 primer for L. reuteri
ABC transporter gene 1
gRT-PCR with the locus
tag A4V07_07970




