Primer/probe Name Sequence (5' to 3') Function

RD GAATCTGAGTTTTAACCCAGTCTTC PCR tiling of RD2 (note that this primer flanks RD2)

RD:! CAGGTGCTAGACATACTTATGG PCR tiling of RD:

RD: CCCAAATATCTACTCCGTT PCR tiling of RD:

RD4 GGTCAGTTTGAATTTGTGAG PCR tiling of RD:

RD: GGATCTGCTACATCATTAGC PCR tiling of RD:

RD CATGCTAAGGATAATCTTAGTGCCA PCR tiling of RD:

RD GATTATCGAAAACACCTTGTTCTGC PCR tiling of RD:

RD8 GGATAAAGAAGATGCCTCGTCTAC PCR tiling of RD:

RD9 CTGATGACTGCATCAGAATCC PCR tiling of RD:

RD10 CTGGTTAGTGTAGAACAAGAAGAGG PCR tiling of RD:

RD11 CTTGCTTCGGTAAACTCTTGAC PCR tiling of RD2
RD12 ATCCGATTATCTCAATCTAAGGC PCR tiling of RD2
RD13 GAATCAACCAGCGAATAGTACGTTC PCR tiling of RD2
RD14 CACGTGGACTTGTTGTTGGTATTTTC PCR tiling of RD2
RD15 CAGAGCGTTTAATTTTGGAAGC PCR tiling of RD2
RD16 CAAGGTTAGTCTTAAGGCTTCTC PCR tiling of RD2
RD17 TGTATAGATCACTGGTGTGTTAGAG PCR tiling of RD2
RD18 CTAACCTAACAGCACAGTATCAAGC PCR tiling of RD2
RD19 GTTTCTTCTGTTCTCACTGCTACAG PCR tiling of RD2
RD20 TCAATGCTCGCTTGATGAAT PCR tiling of RD

RD:! GACACGATACTTTCAAGTAAAG PCR tiling of RD:

RD:! AGGGTTGGATATGAGTACAGCAGT PCR tiling of RD:

RD:! CTGTACCATCAGAATATTCAATACGTG PCR tiling of RD:

RD24 CAACTCCATTCTTTAATGTTGCAGC PCR tiling of RD:

RD25 GGTGAAAAGTTTAGTGACATTTTAGG PCR tiling of RD:

RD26 GCCAGAGGCTAAGCATAGGA PCR tiling of RD:

RD27 ATACGTTGAATTTGATGGCAA PCR tiling of RD:

RD28 GGTTTCGAGATGTCTTTTTAAAGAATC PCR tiling of RD:

RD29 CGTAGCAATGCTATTGATCCTTTAC PCR tiling of RD:

RD30 ATGTTGCGGGCACCAACCTGAATG PCR tiling of RD2 (note that this primer flanks RD2)
[proS.TMF TACCACTGGCAAATCGTACC Tagman primer for proS
[proS. TMR CATTTCAACAGCACCGATCT Tagman primer for proS
[proS.TMP CACGCATGATGGTCTTGAATTTCTCA Tagman probe for proS
endoS.TMF CGCAAGGACGAGGACAAAGC Tagman primer for endoS
endoS.TMR CCCACCTGTCTTAGGTTGCCA Tagman primer for endoS
en TGCATACCGTTCGGCACGCGTTCCAGT Tagman probe for endoS
13 TCAATGCTCGCTTGATGAAT Tagman primer for M28.1329

TCACTAGACCATGAGCCAATTT Tagman primer for M28.1329
AAACAATCAATGCCCTATCAACAAGCG Tagman probe for M28.1329

ATTATTCAAACTAGTCAACAAAATATTGC

Tagman primer for M28.1330

TTCCCAATAAATAATCTGTAGAAACG

Tagman primer for M28.1330

ATTTATGCTTGGGATTTCTACTACCCTTCTCCC

Tagman probe for M28.1330

ATACGTTGAATTTGATGGCAA

Tagman primer for r28

REERERR

GCCAGAGGCTAAGCATAGGA

Tagman primer for r28

R2: TGCATCTAATTCCGCGTGTTGTTCA Tagman probe for r28

UNR CTATTTAAATAACAGATTAAAAAAATTATAAcatcagtiggtitattatctgtttctaag Used with UNR395 to amplify a 1kb region flanking the r28 gene for use in replacing this gene with a spectinomycin resistance cassette (aka strain M28AR28)
UNR cttagaaacagataataaaccaactgatgTTATAATTTTTTTAATCTGTTATTTAAATAG Used with UNR394 to amplify a spectinomycin resistance cassette for use in replacing r28 to create strain M28AR28

UNR CGTTATTAGTTATAGTTATTATAACATGTATcataactgttatttttagacctictaaac Used with UNR397 to amplify a 1kb region flanking the r28 gene for use in replacing this gene with a spectinomycin resistance cassette (aka strain M28AR28)
UNR gtttagaaggtctaaaaataacagttatyATACATGTTATAATAACTATAACTAATAACG Used with UNR392 to amplify a spectinomycin resistance cassette for use in replacing r28 to create strain M28AR28

UNR395 CGCATTTACACTTTCTGGATCACTAG Used with UNR391 to amplify a 1kb region flanking the r28 gene for use in replacing this gene with a spectinomycin resistance cassette (aka strain M28AR28)
UNR396 CTGTACCATCAGAATATTCAATACGTG Used with UNR398 to check that r28 has been replaced with a spectinomycin resistance cassette in strain M28AR28

UNR397 GTTTCGATATCAAGTCCTGCTTGGATG Used with UNR393 to amplify a 1kb region flanking the r28 gene for use in replacing this gene with a spectinomycin resistance cassette (aka strain M28AR28)
UNR398 CAACTTGTTGAGTATAGAATAAGATAGC Used with UNR396 to check that r28 has been replaced with a spectinomycin resistance cassette in strain M28AR28

UNR400 gatttcgatcacggcacgatcatGCTAATAGAATTAAACATAGTAAGTATC Used with UNR270 to amplify a 1 kb flank of RD2 for use in replacing most of RD2 with a kanamycin resistance cassette (i.e. making strain M28ARD2-Kn)
UNR401 GTAATCGCAACATCCGCATTAAAATCTActgctatcttattctatactcaacaag Used with UNR269 to amplify a 1 kb flank of RD2 for use in replacing most of RD2 with a kanamycin resistance cassette (i.e. making strain M28ARD2-Kn)
UNR399 GATACTTACTATGTTTAATTCTATTAGCatgatcgtgecgtgatcgaaate Used with UNR402 to amplify a kanamycin resistance cassette for use in creating strain M28ARD2-Kn

UNR4( cttgttgagtatagaataagatagcagTAGATTTTAATGCGGATGTTGCGATTAC Used with UNR399 to amplify a kanamycin resistance cassette for use in creating strain M28ARD2-Kn

UNR211 ATGTTGCGGGCACCAACCTGAATG Used with UNR286 to check that most of RD2 has been replaced with a in resistance cassette in strain M28ARD2-Kn

UNR269 CACTTGAAGCTGCTAATCTAATG Used with UNR401 to amplify a 1 kb flank of RD2 for use in replacing most of RD2 wjth a kanamycin resistance cassette (i.e. making strain M28RD2-Kn)
UNR270 CAATTAATAACTTATAGTATTATAAGAAGG Used with UNR400 to amplify a 1 kb flank of RD2 for use in replacing most of RD2 wjth a kanamycin resistance cassette (i.e. making strain M28RD2-Kn)
UNR286 CTTCCTCTTTCTGAAATCATCTTTACC Used with UNR: to check that most of RD2 has been replaced with a kanamycin resistance cassette in strain M28ARD2-Kn

UNR! GTATTTTTTATAGATGCCACCACCGAGAATCGAACTCGGAACGAAGCATTACCATTGC Used with UNR! to amplify a 1 kb flank next to RD2 for use in creating strain M28ARD2

UNR84 CGATTCTCGGTGGTGGCATCTATAAAAAATACTGTCCTAATAAG Used with UNR85 to amplify a 1 kb flank next to RD2 for use in creating strain M28ARD2

UNR CTGGGCAGCATCTGACAGCGCATGG Used with UNR84 to amplify a 1 kb flank next to RD2 for use in creating strain M28ARD2

UNR176 CCATGCGCTGTCAGATGCTGCCCAGgaactagagcttgatgaaaatttg Used with UNR290 to amplify pBBL740 for use in making strain M28ARD2

UNR288 CTCTTGTGCCATGTTATTAATAACTGGTACCCTCATTTTGATGATAAACAATTAAGG Used with UNR83 to amplify a 1 kb flank next to RD2 for use in creating strain M28ARD2

UNR290 CATTTGAAAGAAGATGATGGCTTATTGegtacgctagcaattgtaca Used with UNR176 to amplify pBBL740 for use in making strain M28ARD2

UNR246 cgttattagttatagttattataacatgtattGTTGAGCAAAAAACTAAAACTGCTACTC Used with UNR250 to amplify a 1 kb flank containing M28_1329 for use in creating strain M28.RD2%"=%

UNR247 CTATTTAAATAACAGATTAAAAAAATTATAAtgCatcaatttttatagtaaaactaagctagg Used with UNR248 to amplify a 1 kb flank containing M28_1330 for use in creating strain M28.RD25"=%

UNR248 GATTTTCGATATGATGTGAATATG Used with UNR247 to amplify a 1 kb flank containing M28_1330 for use in creating strain M28.RD2%"=%

UNR249 CATACTTTTCAGGTACACAAGC Used with UNR251 to check that a spectinomycin resistance cassette has been inserted between M28.1329/1330 in strain M28.RD2°"*°

UNR250 AGTGCATACTCAATCGATGCTCC Used with UNR246 to amplify a 1 kb flank containing M28_1329 for use in creating strain M28.RD2%"=%

UNR251 CACTAAATTAACCGTTTGGTTG Used with UNR249 to check that a spectinomycin resistance cassette has been inserted between M28.1329/1330 in strain M28.RD2SPEC

UNR254 GAGTAGCAGTTTTAGTTTTTTGCTCAACaatacatgttataataactataactaataacg Used with UNR255 to amplify a spectinomycin resistance cassette for use in creating strain M28.RD2°7=°

UNR255 cctagcttagttttactataaaaattgatgcaTTATAATTTTTTTAATCTGTTATTTAAATAG Used with UNR254 to amplify a spectinomycin resistance cassette for use in creating strain M28.RD2°7=°

UNR263 CTGATGACTGCATCAGAATCC Used with UNR264 to amplify part of the r28 gene as a marker for the presence of RD2

UNR264 GGATAAAGAAGATGCCTCGTCTAC Used with UNR263 to amplify part of the r28 gene as a marker for the presence of RD2

UNR481 CAACATATTGACAAACATCCGAATCG Used with UNR484 to amplify part of the ropB gene for use as a control in the PCR analysis of figure 2A

UNR484 GGAGTCACTATGAGACTGTG Used with UNR481 to amplify part of the ropB gene for use as a control in the PCR analysis of figure 2A

Table S2

Primers and probes used in this study.
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