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Xcc Strains
XC1

AhcalL
AhcaH
AhcaD

AhcaR

Ahcal (hcal)
AhcaH(hcaH)
AhcaD(hcaD)
AhcaR(hcaR)
XC1::gusA
XC1::Pygpa-gusA
XC1::Ppea -guUsA
XC1::Ppcap-gusA
XC1::Pycaq-9usA
XC1::Ppea-gusA
Ahcal::Py,-gusA
AhcaH::P,,-gusA
AhcaR::P;,-gusA
E. coli strains
DH5a

S17-1
BL21(DE3)

pRK2013

Table S1. Bacterial strains used in this study

Xcc wild-type strain, RifR

The hcaL in-frame deletion mutant, RifR
The hcaH in-frame deletion mutant, RifR
The hcaD in-frame deletion mutant, RifR

The hcaR in-frame deletion mutant, RifR

The hcal in-frame deletion mutant harboring the hcal expression plasmid pBBR-
hcal, RifR KanR

The hcaH in-frame deletion mutant harboring the hcaH expression plasmid pBBR-
hcaH, RifR KanR

The hcaD in-frame deletion mutant harboring the hcaD expression plasmid pBBR-
hcaD, RifRf KanR

The hcaR in-frame deletion mutant harboring the hcaR expression plasmid pBBR-
hcaR, RifR KanR

The XC1 harboring a single copy of TOT1-gusA at the attTn7 site on its chromosome,
RifR

The XC1 harboring a single copy of TOT1-P,,,,-gusA at the attTn7 site on its
chromosome, RifR

The XC1 harboring a single copy of TOT1-P,.. -gusA at the attTn7 site on its
chromosome, RifR

The XC1 harboring a single copy of TOT1-P,.p-gusA at the attTn7 site on its
chromosome, RifR

The XC1 harboring a single copy of TOT1-P,..,-QusA at the attTn7 site on its
chromosome, RifR

The XC1 harboring a single copy of TOT1-P,.-gusA at the attTn7 site on its
chromosome, RifR

The AhcaL harboring a single copy of TOT1-P,.-gusA at the attTn7 site on its
chromosome, RifR

The AhcaH harboring a single copy of TOT1-P,.,-gusA at the attTn7 site on its
chromosome, RifR

The AhcaR harboring a single copy of TOT1-P,.-gusA at the attTn7 site on its
chromosome, RifR

E. coli F— ®80lacZAM15 A(lacZY A-argF) U169 recAl endAl hsdR17 (rK—, mK+)
phoA supE44 A thi-1 gyrA96 relAl

res- pro mod* integrated copy of RP4, mob*
E. coli B F- dcm ompT hsdS(rg- mg-) gal [malB*]_;,(AS)

Triparental mating helper strain, KanR

Lab stock
This study
This study
This study

This study

This study

This study

This study

This study

This study

[Chen et
2020]

This study
This study
This study
This study
This study
This study

This study

Lab stock

Lab stock
Lab stock

Lab stock

al.,



Table S2. Plasmids used in this study

. . . Reference
Plasmids Properties / characteristics
source

A mobilizable vector, allows for selection of double crossover in Xcc, [Sch&er et al.,

pK18mobhsacB

KanR 1994]
pK18-hcalL Xcc hcal deletion cassette in pK18mobscaB, KanR This study
pK18-hcaH Xcc hcaH deletion cassette in pK18mobscaB, KanR This study
pK18-hcaD Xcc hcaD deletion cassette in pK18mobscaB, KanR This study
pK18-hcaR Xcc heaR deletion cassette in pK18mobscaB, KanR This study
pBBR1MCS-2 Plasmid for gene complementation, KanR Egg;?(:h ol
pBBR-hcaL Xce heal cloned in pPBBR1IMCS-2, KanR This study
pBBR-hcaH Xcc hcaH cloned in pPBBR1IMCS-2, KanR This study
pBBR-hcaD Xcc heaD cloned in pPBBR1IMCS-2, KanR This study
pBBR-hcaR Xcc heaR cloned in pPBBR1IMCS-2, KanR This study
pET28a His-tag protein expression vector, KanR NEB
pET28a-hcaR PET28a containing the coding sequence of hcaR, AmpR This study

Promoter probe cassette TOT1-MCS-gusA cloned in pMD18-T simple,

pMD18T-TOT1-gusA AmpR

[Zhao et al., 2014]

[Choi and

-y 3 a A - A 2 R
mini-Tn7T-Gm A versatile mini-Tn7 delivery vector mini-Tn7T-Gm, Gm Schweizer, 2006]

mini-Tn7T-Gm containing a TOT1 terminator fused to the coding region

mini-Tn7-TOT1-gusA for gusA, GmR This study
DL S g 7T SO 8 FOTL lem 0 51 5 TSy
TITOTL g U SO 8 T er 10 19 5 PO s
TTOTL S guh T SN TOL femiod 100 26 5 TSy
Mini-Tn7-TOT1-P, -gusA mini-Tn7T-Gm containing a TOT1 terminator and 517 bp promoter This sty

region of hcaR fused to the coding region for gusA, GmR

pUC19-T-P,, The 335 bp promoter region of hcaR cloned in pUC19-T, AmpR This study
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Table S3. Oligonucleotide primers used in this study

Application Sequence (5’ to 3%)
hcaL_F1 CGggatccTACACGCCCGTCACTCCCTCATCC
heal. deleti hcalL_R1 AGCTGCTTGGCGTTGTCGATGAAG
caL deletion
hcal_F2 CAACGCCAAGCAGCTATGGGGCGAAGTGGGCTATCTG
hcal_R2 CCCaagcttGGTCGTGTCCGTGTCCGTGTATCT
hcaH_F1 CGggatccCGGCGCAGCAAGGGGCTCTATC
. hcaH_R1 GCCGCGCAGGCCTTGTGCT
hcaH deletion
hcaH_F2 CAAGGCCTGCGCGGCCGCAAGGAAGGCATCCGTCAGT
hcaH_R2 CCCaagcttGCGCGGCGGCGACCTTGTAG
hcaD_F1 CGggatccTCTGCACCGAGGAGGGAGTATGGA
. hcaD_R1 CGGCGGCGACCTTGTAGCAGAG
hcaD deletion
hcaD_F2 ACAAGGTCGCCGCCGCGCTGGCCACGCTCAAACTC
hcaD_R2 CCCaagcttGTGTCAGGCGGGCATGGAACGATA
hcaR_F1 CGggatccCCAGCGGCGAAGTGACCCACCA
heaR deleti hcaR_R1 TGAGATGCAGTTCGGCCAGTTCCTG
caR deletion
hcaR_F2 CCGAACTGCATCTCAAAGACGCGCTGGCCGAATCACT
hcaR_R2 CCCaagcttGAAGCCGCCGCCGAAACACCAC
. hcal_F CCCaagctt TTGACCATGCCGACCGACTCGA
hcal complementation
hcalL_R CGggatccATGCGTGGGTAGTGCGGAATGACA
. hcaH_F CCCaagctt TTGAACGAGCATGACGTGGTATCGG
hcaH complementation
hcaH_R CGggatccGTCGCGGCTAAGGCTTCCATACTCC
. hcaD_F CCCaagcttATGGAAGCCTTAGCCGCGACCC
hcaD complementation
hcaD_R CGggatccGTGTCAGGCGGGCATGGAACGATA
. hcaR_F CCCaagcttATGACCGCTCGCCTGGCCCTT
hcaR complementation
hcaR_R CGggatccTCAGAGTGATTCGGCCAGCGCGT
. . HcaR_F CGggatccATGACCGCTCGCCTGGCCCTT
HcaR protein expression
HcaR_R CCCaagcttTCAGAGTGATTCGGCCAGCGCGT
Construction of transcriptiona| TOT1-F AGAgaatthACTCCTGTTGATAGATCCAG
activity reporter vectors gusA-R AACggtaccTCATTGTTTGCCTCCCTGCT
. Prca-F CCCaagcttTTCGGCCCCGTCGTGAGTTTTATC
promoter of hcaL for GUS activity
Prca-R CGggatccGGCGCTGTCTTCCGGT
. Prcan-F CCCaagcttGCCAACGCCTGCTGGTCAATCG
promoter of hcaH for GUS activity
Prean-R CGggatccTCCTAGCAGTGAGGGATGTAGCGGG
. Prean-F CCCaagcttATTCGGCCTGTCGGAAATCAACTG
promoter of hcaD for GUS activity
Prean-R CGggatccTGGTCTTCTGCACCGAGGAGGGAGT
. Prea-F CCCaagcttTGTTTTTTGCTGCTGCTCGCCA
promoter of hcaR for GUS activity
PR CGggatccGATGTCCAGATTGTATCCATGAAATA
Cy5-Ppea-F AGCCAGTGGCGATAAGGGCGGCCGTCTTTACCTATTGC
promoter of hcaR for EMSA
Cy5-P-R AGCCAGTGGCGATAAGTGAGATGCAGTTCGGCCAGTTCCT
. FP-P,-F ACTGGCCGATGAATTCGACGCACT
promoter of hcaR for footprinting
FP-P,..-R TGAGATGCAGTTCGGCCAGTTCCT
hcaH-hcaR-F GCAAATTGAACGCCAGCACTGTCCT
hcaH-hcaR-R CTTCGCCACCAAGCACCAGCA
. hcaD-hcaH-F CGTCGCGTCGGCACCATGA
RT-PCR analysis
hcaD-hcaH-R GCAGCAGGCGTTCTTCGGTGTG

The sequences in lower cases are the introduced restriction sites



