SUPPLEMENTARY MATERIAL

Table S1. Bacterial strains and plasmids used in this study

Name

Description

Reference

Strains
S. Typhimurium
12023s
ssaV
prgH
prgH ssaV

AspvC"”
AspvC

AspvC pspvC
spvC-2HA
ssaVAspvC
prgHAspvC
ssaVspvC-2HA
prgHspvC-2HA

Plasmids
pSU314
pSU315
pKD46

pCP20
pACYC184
pspvC

pGEX4T2
pGEXspvC

pET22b
pETspvC-His

Wild type

Strain HH109 (12023s ssaV::aphT)

Strain HH124 (12023s prgH020::Tn5lacZY)
Strain HH193 (12023s ssaV::aphT
prgH020::Tn5lacZY)

12023s AspvC::Kn'

as AspvC"", but with excised Kn" cassette (Kn®)
AspvC harboring pACYCspvC-2HA
12023s spvC-2HA::Kn'

as HH109, AspvC::Cm’

as HH124, AspvC::Kn'

as HH109, spvC-2HA::Cm’

as HH124, spvC-2HA::Kn'

Reprek Ap” 2HA FRT Cm' FRT
Reprex Ap” 2HA FRT Kn' FRT

Reppscior” AP’ Paragap Y B €X0
FLP* A pr Rep® Ap" Cm'
Reppisa Cm' Tet' low copy number vector

pACYC184 with C-terminal, 2-HA-tagged spvC
cloned into EcoRV and Sall sites, Cm’

Vector for expression of GST fusion proteins
pGEX4T2 with spvC cloned between BamHI and
EcoRl sites

Vector for expression of His-tagged proteins
pET22b with spvC cloned between Ndel and
Xhol sites, with C-terminal 6-His tag and
thrombin cleavage site allowing removal of the
tag

NTCC?

Deiwick et al., (1998)
Beuzon et al., (2001)
Beuzon et al., (2001)

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

Uzzau et al., (2001)
Uzzau et al., (2001)
Datsenko and Wanner
(2000)

Cherepanov and
Wackernagel (1995)
Chang and Cohen
(1978)

This study

Amersham Biosciences
This study

Novagen, Inc.
This study

“NTCC, National Type Culture Collection
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Table S2. Primers

Primer
spvC-F

spvC-R

pacycF
pacycR2HA-C

Del spvC-F
Del spvC-R
Del-F
Del-R

pGEXspvC-F
pGEXspvC-R

spvC-His-F
spvC-His-R

Sequence (5°-3’)
GGCTTTACGTGAGGAACCGTTTTATCGTTTGATGACAGAGT
ATCCGTATGATGTGCCGGACTATGCGTATCCGTATGATGTT
CCTGATTATGCTAGCCTCTAGTAA
CGCTCTTGCTTATGTAATTTTCACCATTACAGTGCGGACCA
TATGAATATCCTCCTTAGT

GGGGGATATCTAA GGAGATTTCCCATGCCC
CGCCCGTCGAC TTACTAGAGGCTAGCATAATC

GGCGATATATCCATATCGCAAAGGAGATTTCCCATGCCTAT
CCGTATGATGTTCCTGAT
AACGGCGTTTACTGTTCCGTTGCTCCCCAAACCCATACCAT
ATGAATATCCTCCTTAG

GAGAATTTATATCTAATAATATG
GCATTTAAAATAGCTGTTTAAC

CGCCGGAT CC ATGCCCATAAATAGGCC
CGCGCGAATTCTTAC TA CTCTGTCATCAAACGATAAA

GCGCGACATATGCCCATAAATAGGCCTAATC
GCGTGCTCGAGGCTGCCGCGCGGCACCAGCTCTGTCATC
AAACGATAAAACGG

Description

For 2HA tagging of SpvC on the
virulence plasmid by insertion of
Cm" or Km' cassette amplified
from pSU314 or pSU315,
respectively, upstream of spvC

For cloning spvC-2HA from the
virulence plasmid into pACYC184
with an C-terminal 2HA-tag using
EcoRV and Sall sites

Primers to amplify Cm' or Km'
cassette from pSU314 or
pSU315, respectively, for making
deletion of spvC

Primers for confirmation of spvC
deletion

For cloning spvC into pGEX4T2
with a N-terminal GST

For cloning spvC into pET22b
with a C-terminal 6-His tag and
thrombin cleavage site



Figure S1. SDS-PAGE and Coomassie Blue staining of purified GST-SpvC (left lane) and
GST (right lane) used in in vitro assays in this work. Middle lane contains molecular
size markers (BioRad).
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