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The study of Salmonella enteritis induced by macrophage cell death
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Type 111 secretion system (TSSS%—Z is the most important virulence factor of
Salmonella. In this study, we focused on macrophage cell death induced by T3SS-2 and identified
T3SS-2 effectors involved in the induction of this cell death. In addition, the strain deleted all
of these effectors did not elicit inflammation in mice. We also found that host factors B and C are
involved in this cell death. However, we could not clarify the effect of cell death induction by
these factors on the Salmonella virulence in a mouse model of colitis. Finally, we showed that cell
death is induced in macrophages in Salmonella-infected mice.
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Salmonella enterica serovar Typhimurium (S. Typhimurium)ATCC 14028
SH100 T3SS-1 invA::Cm T1
T3SS-2 A red recombinase system @)
T3SS-2 P22 transduction T3SS-1 invA: :Cm
T3SS-1  T3SS-2 Luria-Bertani
LB broth
1.5% Agar powder
2 in vitro
RAW264.7 (RAW)
RAW 10 % fetal bovine serum Bio west Dulbecco’ s
modified Eagle’ s medium DMEM Sigma 37 5% CO;,
d
LB 37 PBS1ml 2 DMEM
2ml oD PBS
@ LDH assay
24-well plate  RAW 4x 10° cells/well 37 5%CO0;,
well 100 pl 37 5%CO, 1
well PBS 500 ul 3 DMEM with 100 pg/ml gentamicin 500 pl 37
5%CO, 2 well PBS 500 ul 3 DMEM with 10 pg/ml
gentamicin 500 pl 37  5%CO, 20
well 2-well
20 1% TritonX-100
1000 rpm CytoTox96 ( ) protocol
@ RAW
RAW CRISPR/Cas9 ()
pMDLg/pRRE 12251 pMD2.G 12259 pRSV-Rev 12253 Addgene

gRNA  lentiGuide-Puro 52963 Addgene



PEI Max, Polysciences
4 pMDLg/pRRE, pMD2.G, pRSV-Rev, lentiGuide-
Puro Lentivirus HEK293T
72 Lentivirus RAW-Cas9
24 Sigma DMEM
RAW-Cas9

&) DNA

3 in vivo
d
C57BL/6J 7 8

S. Typhimurium
( J96-1 17-52 20-34)

LB 37 PBS 1 ml 2
PBS 1 ml oD 5% 10° cfu/ml PBS
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0.2 g/ml Streptomycin 100 ul &)
Streptomycin 4 2

Streptomycin 24 100 ul
5 3

HE Mildform 10N (Wako) 500 pl total

RNA Buffer RLT Lysis buffer (QIAGEN) 500 ul
PBS 1 ml PBS
LB 37

HE Manja Barthel &)
(
0= 1-2 = 3-4 = 5-8 =
9-13 = ) 0= 1=<0.20 mm
< 50% 2 = 0.21-0.45 mm 50-80% 3 = > 0.46 mm > 80%
0=<50 1 = 51-70 2 = 71-110 3 = 111-150 4 = > 150
0=>28 1= 11-28 2 =1-10 3=x1
0-3
@ mRNA
Buffer RLT Lysis buffer RNeasy Mini kit (Qiagen)
protocol total RNA RNA TURBO DNA-free kit (Ambion)
protocol mRNA RT-PCR TagMan Reverse Transcription (Applied
Biosystems) CDNA KAPA SYBR FAST Universal
gPCR kit (Kappa Biosystems) gPCR mRNA
AACT GAPDH
©
5 Collagenase D Roche DNase I(Sigma-Aldrich)
Percoll CD45-FITC BD
CD11b-PE-Cy7 Biolegend Zombie biolet (Biolegend) FACSCelesta

(BD)
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