Table S1. Bacterial strains and plasmids used in this study.

Table S1
Relevant genotype or characteristic(s) Source

CFTO073 E. coli wild type, clinical isolate Mobley, H.
Tn library EZ-Tn5™ <R6Kyori /KAN-2> transposon library in E. coli CFT073 background Mobley, H.
ybhK::kan CFTO073 AybhK::aph, Kan® This study
nmpC::kan CFT073 AnmpC::aph, Kan® This study
mltB::kan CFTO073 AmitB::aph, Kan® This study
nagC::kan CFT073 AnagC::aph, Kan® This study
acnB::kan CFT073 AacnB::aph, Kan® This study
c1884::kan CFT073 Ac1884::aph, Kan® This study
dsbA::kan CFTO073 AdsbA::aph, Kan® This study
udhA::kan CFTO073 AudhA::aph, Kan® This study
cyaA::kan CFTO073 Acyad::aph, Kan® This study
crp::kan CFTO073 Acrp::aph, Kan® This study
ybhK CFTO073 AybhK::FRT This study
nmpC CFT073 AnmpC::FRT This study
mltB CFTO073 AmitB::FRT This study
nagC CFT073 AnagC::FRT This study



acnB CFTO073 AacnB::FRT This study

c1884 CFTO073 Ac1884::FRT This study

dsbA CFTO073 AdsbA::FRT This study

udhA CFTO073 AudhA::FRT This study

cyaA CFTO073 AcyaA::FRT This study

crp CFTO073 Acrp::FRT This study
pKM208 IPTG-inducible lambda red recombineering system, Amp" Mulvey, M.
pCP20 Contains flipase recombinase, Amp" Laboratory stock

pKD4 Contains kanamycin selection marker used to construct mutants Laboratory stock



Table S2. DNA sequences of primers used in this study.

Name Sequence (5°- 3’ orientation) Purpose

PCR-1 gtggcaaagcaaaagttcaaaatca Anneals with EZ-Tn5™ <R6Kyori /KAN-2> specific (1st PCR)

C-tail gtgactggagttcagacgtgtgctcttcegatetggggggggggggoggg C-tail complementary

PCR-2 aatgatacggcgaccaccgagatctacactctttgggttgagatgtgtataagagacag Nested PCR (2nd PCR)

Sequencing acactctttgggttgagatgtgtataagagacag Sequencing Primer

BC45G caagcagaagacggcatacgagattgttgactgtgactggagttcagacgtgtgctettcegatctggggggggg  agtcaaca (barcode)
2888888

BC46G caagcagaagacggcatacgagatacggaactgtgactggagttcagacgtgtgctettcegatctgggggggeg  agtteegt (barcode)
28888888

BC47G caagcagaagacggcatacgagattctgacatgtgactggagttcagacgtgtgctettcegatctggggggggg  atgtcaga (barcode)
2888888

BC48G caagcagaagacggcatacgagatcgggacgggtgactggagttcagacgtgtgctcttccgatetggggggg cegteceg (barcode)
288888888

BC49G caagcagaagacggcatacgagatgtgeggacgtgactggagttcagacgtgtgctcttcegatctgggggggeg  gteccgeac (barcode)
28888888

BC50G caagcagaagacggcatacgagatcgtttcacgtgactggagttcagacgtgtgctettcegatctgggggggge  gtgaaacg (barcode)
2888888

BC51G caagcagaagacggcatacgagataaggccacgtgactggagttcagacgtgtgctcttcegatetgggggegegg  gtggectt (barcode)
28888888

BC52G caagcagaagacggcatacgagataccgaaacgtgactggagttcagacgtgtgctcttcegatctggggggge  gttteggt (barcode)
28888888

BC53G caagcagaagacggcatacgagattacgtacggtgactggagttcagacgtgtgctcttccgatctgggggggeg  cgtacgta (barcode)
28888888

BC54G caagcagaagacggcatacgagatatccactcgtgactggagttcagacgtgtgctcttccgatetggggegeg gagtggat (barcode)
28888888

BC55G caagcagaagacggcatacgagatatatcagtgtgactggagttcagacgtgtgctettcegatctgggggggge  actgatat (barcode)
2888888

BC56G caagcagaagacggcatacgagataaaggaatgtgactggagttcagacgtgtgctettcegatctgggggggg  attecttt (barcode)
28888888

F Kan cyaA ttgtacctctatattgagactctgaaacagagactggatggtgtaggctggagetgette Forward primer to construct the mutant with a kanamycin selection marker

R_Kan cyaA tcaagaaaaatactgctgcaacageggegegtcatgetcccatatgaatatectecttag Reverse primer to construct the mutant with a kanamycin selection marker

F_check cyaA
R _check cyaA
F Kan_acnB

cagttcaacgaccaggcccggatgg
ctggacgactggggtggcgacageg
gtgctagaagaataccgtaagcacgtagetgagegtgecggtgtaggetggagetgctte

Check the excision of the kanamycin marker
Check the excision of the kanamycin marker

Forward primer to construct the mutant with a kanamycin selection marker



R_Kan_acnB
F_check acnB
R_check acnB
F Kan nmpC
R_Kan nmpC
F_check nmpC
R_check nmpC
F Kan nagC
R_Kan nagC
F_check nagC
R_check nagC
F_Kan mltB
R_Kan mltB
F_check mltB
R_check mlitB
F_Kan ybhK

R _Kan ybhK
F_check ybhK
R_check ybhK
F Kan c1884
R_Kan c1884
F_check c1884
R _check c1884
F_Kan_dsbA

R _Kan dsbA
F_check dsbA
R_check dsbA

R_check cassette Kan

ttaaaccgcagtctggaaaatcaccccgteegctttttcgcatatgaatatectccttag
tcaggcgcagtctgttgtgtcgatt

cacttcatcaagcaaggccaggttt
atgaatatttatcgcgcagtgacatcattttttaataaaagtgtaggctggagetgettc
ttagaactgataaaccagacctacagcgacgatgtcgtcgcatatgaatatcctccttag
aaattaaggggatactacgtatcgc

ggatggttatatcgggaaaaggtta
atgacaccaggcggacaagctcagataggtaatgttgatcgtgtaggctggagetgette
ttaattttccagcaaatgctggagcaaaataccgttgagccatatgaatatcctecttag
cgcgatgecgtatattaccggtegt

tgcctttetggegacgeaggaaate
ttgagttatgtaaagtccgtatcgggcagtgactaccgetgtgtaggetggagcetgcette
ttactgcacgcgegecagegecacggcettgtcctaactgecatatgaatatectecttag
tatgggggaagaggccattcattga

gtgecgacaggcttctcttcactge
ttgctgtttcctcgcaatttgegetactgtagegeggatagtgtaggctggagetgette
ttaacctaaagcctgtaatgcecttttccagcgegctatgccatatgaatatectccttag
acccggcgaatttcatcgacggtca

aaggcttgaacaagaaagtggtcga
atgcagaacccatacagccggatctggtcgegegtggececgtgtaggetggagcetgctte
ttattgcgggataaatcccagttectgttgtgcaagttcacatatgaatatcctecttag
tcagcatcgggcatgatgaattcct

ttgggttttccaaaaggttgcagta
atgaaaaagatttggctggegctggctggtttagttttaggtgtaggctggagetgette
ttattttttctcggacagatatttcacagtatcagcataccatatgaatatcctccttag
cgggttgaaageggcattcctgaaa

gcatgttcacctttctttttagcat

gegecectgegetgacagecggaac

Reverse primer to construct the mutant with a kanamycin selection marker
Check the excision of the kanamycin marker
Check the excision of the kanamycin marker
Forward primer to construct the mutant with a kanamycin selection marker
Reverse primer to construct the mutant with a kanamycin selection marker
Check the excision of the kanamycin marker
Check the excision of the kanamycin marker
Forward primer to construct the mutant with a kanamycin selection marker
Reverse primer to construct the mutant with a kanamycin selection marker
Check the excision of the kanamycin marker
Check the excision of the kanamycin marker
Forward primer to construct the mutant with a kanamycin selection marker
Reverse primer to construct the mutant with a kanamycin selection marker
Check the excision of the kanamycin marker
Check the excision of the kanamycin marker
Forward primer to construct the mutant with a kanamycin selection marker
Reverse primer to construct the mutant with a kanamycin selection marker
Check the excision of the kanamycin marker
Check the excision of the kanamycin marker
Forward primer to construct the mutant with a kanamycin selection marker
Reverse primer to construct the mutant with a kanamycin selection marker
Check the excision of the kanamycin marker
Check the excision of the kanamycin marker
Forward primer to construct the mutant with a kanamycin selection marker
Reverse primer to construct the mutant with a kanamycin selection marker
Check the excision of the kanamycin marker
Check the excision of the kanamycin marker

Reverse primer to check presence of kanamycin selection marker



