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Name and purpose Sequence (5'- -3') (with underlined feature) Purpose/target Feature
Production of pSinS-based vectors for gene insertional inactivation

oll1538F CCCGGATCCATGCACGACAGGATTTGGGG internal fragment of RS01780 gene (pmi) BamH|
oll1538R CCCGGATCCTCTCCTTCATGTTCACGTCC internal fragment of RS01780 gene (pmi) BamH|
M13F GTTTTCCCAGTCACGACGTTGTA DNA sequencing of plasmid insert

M13R CAGGAAACAGCTATGACC DNA sequencing of plasmid insert

oll11538V1 TACGGTTATATCACAACCACTCC RS01780 mutant genotyping

oll11538V2 AATAAAATCAATCATCGTAGTCACC RS01780 mutant genotyping

ollI0569F CCcCcGGATCCCAGATTTTTAGAAACCGAACAGC internal fragment of RS06460 gene (sagH) BamHI
ollI0569R cccGGATCCAAAACAGCCGTTAAGGCTCC internal fragment of RS06460 gene (sagH) BamHI
oll0569V1 CCGGTAAAATTACTGTTTTAGG RS06460 mutant genotyping

oll0569V2 CGTCACCTGCTTTCTCATACC RS06460 mutant genotyping

oll1333F cccGGATCCGGCTCTACTCAACCATTACC internal fragment of RS02780 gene (yvgE) BamHI
oll1333R CCCGGATCCCTTTTGCATGTTAGCAGTCAGG internal fragment of RS02780 gene (yvgE) BamHI
oll1333V1 AACTACTCGTCATATAAAGATGC RS02780 mutant genotyping

oll1333V2 AAATCAACCCCTTCACGTCC RS02780 mutant genotyping

oll1784F CCCGGATCCGTCTTCTAACTGCTATTGGTGG internal fragment of RS08695 gene (ptsG) BamH|
oll1784R CCCGGATCCGTGAAAATCTCAGCCAACATGG internal fragment of RS08695 gene (ptsG) BamH|
oll1784V1 ATCGGTTATTTGGTCAATGGTAACC RS08695 mutant genotyping

ol11784V2 ATATTTGAAAGAGCAATCATTGG RS08695 mutant genotyping

oll0955F CCCGGATCCATTCTTTTTGTTAAGTCTTTTGGC internal fragment of RS04625 gene (pstS) BamH|
oll0955R CCCGGATCCACTGCAAGTCCTGCAACAGC internal fragment of RS04625 gene (pstS) BamH|
oll0955V1 AAAATGAAGATGTTGTGCAGTGG RS04625 mutant genotyping

oll0955V2 AGAGCACCAAGATAAGGAATGC RS04625 mutant genotyping

oll0693F CcccGGATCCCTAAAGGAAAGTCATTGTTATGC internal fragment of RS05865 gene (vfr) BamHI
oll0693R CcCccGGATCCGAACACTAAAACTCAAGTCAACG internal fragment of RS05865 gene (vfr) BamHI
oll0693V1 ACAAGTCTTAAATACCCATAACG RS05865 mutant genotyping

oll0693V2 TAGTATCATTAAATTTAATCATCTGC RS05865 mutant genotyping

oll1479F CcCCcGGATCCGCCATGGTAAATTTGCTGAAGG internal fragment of RS02065 gene (manlL BamHI
oll1479R CcCcCcGGATCCGTTCAGTGTAAGCTTGAATAAGC internal fragment of RS02065 gene (manL BamHI
oll1479V1 TTAGAGATTACCAAAATCACTCG RS02065 mutant genotyping

oll1479V2 AACGACCAAAATTGCAGAAATAATCG RS02065 mutant genotyping
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oll1474F CCCcGGATCCCTATTGTGTTAACAACTGTCTTGG internal fragment of RS02090 gene (cpsA) BamHI
oll1474R CCcCcGGATCCGATAACGTGGTTAAGGTATCTCG internal fragment of RS02090 gene (cpsA) BamHI
oll1474V TTTACTGTCTGAGACTTAGTTGACC RS02090 mutant genotyping

oll1073F CcCccGGATCCCAGTTTGCTCAGACACAGGC internal fragment of RS04065 gene (d/tA) BamHI
oll1073R CcccGGATCCGTAAGAGGGAATTCCTCAATAGC internal fragment of RS04065 gene (d/tA) BamHI
oll1073V AAGATAACTCCTTACCATCTTC RS04065 mutant genotyping

oll0543F CcccGGATCCGCTTGGCAACTTACTCAGGC internal fragment of RS06590 gene (acdA) BamHI
oll0543R CcCccGGATCCCATGTCCAGCTCCTGCTACC internal fragment of RS06590 gene (acdA) BamHI
oll0543V GACGATCTTTGACTTCTTTGTC RS06590 mutant genotyping

oll0077F CCCcGGATCCGTAAATACTATTTTATTAAAAGC internal fragment of RS00535 gene (acdR) BamHI
oll0077R cccGGATCCAAGTCACCCTAGCATCAACC internal fragment of RS00535 gene (acdR) BamHI
oll0077V GGGTAATCATCAGAACGGATTTCC RS00535 mutant genotyping

oll1318F CcCcCcGGATCCGTAAGTGCAATTCCGCTTCG internal fragment of RS02880 gene (rocA) BamHI
oll1318R CCCGGATCCGTATTATGTTTAACAACTGAATAAGG internal fragment of RS02880 gene (rocA) BamHI
oll1318V CTATAGCATTATCTAACAAAAATGAC RS02880 mutant genotyping

ollI0959F CcccGGATCCGTCGTAAAGCAAGGGCATGG internal fragment of RS04605 gene (spxA) BamHI
oll0959R CCcCcGGATCCTCCATGATAATAGGGCGACG internal fragment of RS04605 gene (spxA) BamHI
oll0959V ATCTGCCATCACATCATAAATAAGC RS04065 mutant genotyping

oll1724F 5’ -cccGGATCCGGTTACCTCTATTTTGTTAGTGC-3 " internal fragment of RS08425 gene (ihk) BamHI
oll1724R 5’ -cccGGATCCACATTAGAATAAGAGTTGTCAAAGG-3’ internal fragment of RS08425 gene (ihk) BamHI
oll1724V 5’ -ACATGCTAAGGATACGCCGG-3’ RS08425 mutant genotyping

Production of Krmit insertion tags

Adapter501A  TTCCCTACACGACGCTCTTCCGATCTTATAGCCTNN Mmel Tnseq adapter Adapter501
Adapter501B AGGCTATAAGATCGGAAGAGCGTCGTGTAGGGAAAGAG Mmel Tnseq adapter Adapter501
Adapter502A  TTCCCTACACGACGCTCTTCCGATCTATAGAGGCNN Mmel Tnseq adapter Adapter502
Adapter502B ~ GCCTCTATAGATCGGAAGAGCGTCGTGTAGGGAAAGAG Mmel Tnseq adapter Adapter502
Adapter503A  TTCCCTACACGACGCTCTTCCGATCTCCTATCCTNN Mmel Tnseq adapter Adapter503
Adapter503B  AGGATAGGAGATCGGAAGAGCGTCGTGTAGGGAAAGAG Mmel Tnseq adapter Adapter503
Adapter504A  TTCCCTACACGACGCTCTTCCGATCTGGCTCTGANN Mmel Tnseq adapter Adapter504
Adapter504B ~ TCAGAGCCAGATCGGAAGAGCGTCGTGTAGGGAAAGAG Mmel Tnseq adapter Adapter504




Table S5. Primers used in this study (continued). page 3/4

Name and purpose Sequence (5'- -3') (with underlined feature) Role Feature

Production of Krmit insertion tags

Adapter505A  TTCCCTACACGACGCTCTTCCGATCTAGGCGAAGNN Mmel Tnseq adapter Adapter505
Adapter505B ~ CTTCGCCTAGATCGGAAGAGCGTCGTGTAGGGAAAGAG Mmel Tnseq adapter Adapter505
Adapter506A  TTCCCTACACGACGCTCTTCCGATCTTAATCTTANN Mmel Tnseq adapter Adapter506
Adapter506B ~ TAAGATTAAGATCGGAAGAGCGTCGTGTAGGGAAAGAG Mmel Tnseq adapter Adapter506
Adapter507A  TTCCCTACACGACGCTCTTCCGATCTCAGGACGTNN Mmel Tnseq adapter Adapter507
Adapter507B ~ ACGTCCTGAGATCGGAAGAGCGTCGTGTAGGGAAAGAG Mmel Tnseq adapter Adapter507
Adapter508A  TTCCCTACACGACGCTCTTCCGATCTGTACTGACNN Mmel Tnseq adapter Adapter508
Adapter508B ~ GTCAGTACAGATCGGAAGAGCGTCGTGTAGGGAAAGAG Mmel Tnseq adapter Adapter508
Adapter701A TTCCCTACACGACGCTCTTCCGATCTATTACTCGNN Mmel Tnseq adapter Adapter701
Adapter701B CGAGTAATAGATCGGAAGAGCGTCGTGTAGGGAAAGAG Mmel Tnseq adapter Adapter701
Adapter702A TTCCCTACACGACGCTCTTCCGATCTTCCGGAGANN Mmel Tnseq adapter Adapter702
Adapter702B TCTCCGGAAGATCGGAAGAGCGTCGTGTAGGGAAAGAG Mmel Tnseq adapter Adapter702
Adapter703A TTCCCTACACGACGCTCTTCCGATCTCGCTCATTNN Mmel Tnseq adapter Adapter703
Adapter703B AATGAGCGAGATCGGAAGAGCGTCGTGTAGGGAAAGAG Mmel Tnseq adapter Adapter703
Adapter704A TTCCCTACACGACGCTCTTCCGATCTGAGATTCCNN Mmel Tnseq adapter Adapter704
Adapter704B GGAATCTCAGATCGGAAGAGCGTCGTGTAGGGAAAGAG Mmel Tnseq adapter Adapter703
oKrmit-Tnseq2 CAAGCAGAAGACGGCATACGAAGCGCCTACGAGGAATTTGTATCG PCR of Krmit insertion tags
oAdapterPCR AATGATACGGCGACCACCGAGATCACACTCTTTCCCTACACGACGCTCTTCC PCR of Krmit insertion tags

Production of pCRS-based vectors for allelic exchange in the scfAB locus
oKmF ATGGCTAAAATGAGAATATCACC promoterless aphA3 ORF
oKmR CTAAAACAATTCATCCAGTAAAATA promoterless aphA3 ORF
0AX0478.1 CCcCcGGATCCCGTAACTGATCTGTCAGTTTTCC DNA sequence uptream of scfA BamHI
0AX0478.2 GGTGATATTCTCATTTTAGCCATTCACCATATCCTTTCTAGATGATAARAG DNA sequence uptream of scfA aphA3-tail
0AX0478.3 TATTTTACTGGATGAATTGTTTTAGATATATGTCCCAACTCGTGTGTTG DNA sequence downtream of scfA aphA3-tail
0AX0478.4 CCCGGATCCATTTTCAGTGGTAATGGTGACC DNA sequence downtream of scfA BamHI

0AX0478.V1 TAATGGGAACAAGCCTGCTTCACG
0AX0478.V2 GTGAATAATGCCGAAGCGG

PscfA-aphA3 junction genotyping
PscfA-aphA3 junction genotyping

oKmV1 TAGCAGGAGACATTCCTTCC PscfA-aphA3 junction genotyping
oKmV?2 TCGAGCTATTTTTTGACTTACTGG scfA downstream junction genotyping
0AX0477.1 cccGGATCCGGTTCAAAAATACCTACCTAAGC DNA sequence uptream of scfB BamHI
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0AX0477.2 GGTGATATTCTCATTTTAGCCATATAGCCAGCTAAAATTAAAAAGCG DNA sequence uptream of scfB aphA3-tail
0AX0477.3 TATTTTACTGGATGAATTGTTTTAGAGACTAATAAAAAAGCACTTGTTTTTTATC DNA sequence downtream of scfB aphA3-tail
0AX0477.4 CCccGGATCCGATATACTTGCTGCGCATGC DNA sequence downtream of scfB BamHI
0AX0477.V1 CAATGGTTTGCGATTTTTATGTCC scfB-aphA3 junction genotyping
0AX0477.V2 CTAAAAATGGATATTGATTTCATTACTTCAAAAGGC scfB downstream junction genotyping

Verification of the expression of scfA and scfB in the AscfA and AscfB mutants
scfAM1T1RTL CGCATTCTGTTTGGAACCT
scfAM1T1RTR TTTTTCCAAAAAGCGGTTG
scfBM1T1RTL CAAGGCTGACGAGTCCTTT
scfB M1T1 RTR CAGAAACCGTGGTGGAATC




