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ectious to both humans and animals. L. monocytogenes can cross the human

Abstract: Listeria monocytogenes is a foodborne pa
intestinal barrier, placental barrier, and blood-brain barrier, eby causing gastroenteritis, meningitis, miscarriage, and other diseases. Sigma B
factor, encoded by the gene sigB, is an-important regulatory factor: for the environmental stress response in many Gram-positive bacteria, and
directly and indirectly controls the expression of important virulence genes, such as prf4 and inl4. The sigB gene of L. monocytogenes strain
EGDe was knocked out by homologous recombination, and the resulting deletion strain (EGDe-AsigB) was used to study the effect of sigB

deletion on growth, expression of 13 virulence genes-(including inld, inlB, and prfA), and invasion of Caco-2 intestinal epithelial cells. The

results showed that the growth the EGDe-AsigB strain was equivalent to that of the wild-type EGDe strain. Deletion of sigB caused a

significant reduction in. the expression levels of inl4 and in/B, but a significant (four- to five-fold) increase in the expression levels of the
virulence S Q and plcA, demonstrating that sigB has a relatively large influence on the expression of some virulence genes in L.
monocytogenes. Furthermore, invasion assays indicated that deletion of sigB caused a decline in the ability of L. monocytogenes strain EDGe to
invade Caco-2 cells.
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Table 1 Primer sequences
Primer Sequence(5’—3’) Length/bp
sigB 5’F ATTCCCGGGATTAGGCGTATTTGTAGGA(Sma 1) 618
sigB 5’R ATTTCTAGATCTCCTCCACCTGCTTTTC(Xba /)
sigB 3°F ATTTCTAGACCATAACACCTTTTAAACT(Xba [) 558
sigB 3’'R ATTGTCGACTTTTAAAAATTCCCATTAG(Sal 1)
sigB F GGTGTCACGGAAGAAGAAGT 05
sigB R CCGCAGTATTGTTGTAATGC
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Table 2 Primer sequences for RT-PCR...

Primer quence(5°—3°). ngth/bp
F: ACATCCTITGACCACTCTGGA
16s 93
R: CAACATCTCACGACACGA

" Fr AGGCGGTAGACCAACATCTG 03
act.
R: CCCGCATTTCTTGAGTGTTT

F: AGAAGACTCTGCGATTGACC
ami 192

R: ACGACTATATGCGGTGATGG
4 FrCAGCATTGATTTGCCAGGTAT 179
4 R: T TGTAAGCCATTTCGTCA

] F: CGCCTAAAGTAGCAGAAACGA %
ia
v R: AAGCCCAAATAGTGTCACCG

9 F: TGTGGACGGCAAAGAAACA o6
in
R: CCAACCAACAAATGTGTGACC

iB F: GCAGGCATCTACAAACTTCCA 104
in
R: GCCATTTCGGGCTTCTCTA

inlcC F: AATGCTAGTGTTAATTGTAGG 223

R: TTGAATGTTGCTATTATCTCC

F: TCCAGAGACACCAAACAAAGC %0
nox
R: GCCACACAACCTTGAAGACA

» F: ACTACAATGGTCCGAGTGTGAA 137
c.
P R: CAGCATACTGACGAGGTGTGA

B F: GCAAATGCCTGTTGTGATG .
c
P R: CGTCAGTATTTGTCGGGTTATC

F: GGCTCTATTTGCGGTCAACT
prfA 128
R: GCTATGTGCGATGCCACTT

B F: TTTGGATTGCCGCTTACC 91
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g R: TCGGGCGATGGACTCTACTA

y F: CGCAGTTCCATCTGTAGACG %5
S,

R: AACGCATAGTTGTTGCTCCA

F: GAACAGGCAGCCATACAAGC

vip 130
R: TCGGAAGCAGGAAGAACATC

NP5 EGDe 1EGK sigB [R5 H#5 J)2E R3E
ZAKF, AR EGDe. EGDe-AsigB HFEM] RNA
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Fig.3 Identification of recombinant plasmid
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Fig.6 Growth curves of strains EGDe and EGDe-AsigB
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Fig.7 Expression levels of virulence genes in strain EGDe-AsigB

determined by RT-PCR
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Fig.8 Invasion of Caco-2 cells by strains EGDe and

EGDe-AsigB
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