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The Cytolethal Distending Toxin Produced by Nontyphoidal
Salmonella Serotypes Javiana, Montevideo, Oranienburg, and
Mississippi Induces DNA Damage in a Manner Similar to That of
Serotype Typhi

Rachel A. Miller, Martin Wiedmann

Department of Food Science, Cornell University, Ithaca, New York, USA

ABSTRACT Select nontyphoidal Salmonella enterica (NTS) serotypes were recently found to encode the Salmonella cytolethal
distending toxin (S-CDT), an important virulence factor for serotype Typhi, the causative agent of typhoid fever. Using a PCR-
based assay, we determined that among 21 NTS serotypes causing the majority of food-borne salmonellosis cases in the United
States, genes encoding S-CDT are conserved in isolates representing serotypes Javiana, Montevideo, and Oranienburg but that
among serotype Mississippi isolates, the presence of S-CDT-encoding genes is clade associated. HeLa cells infected with repre-
sentative strains of these S-CDT-positive serotypes had a significantly higher proportion of cells arrested in the G,/M phase than
HeLa cells infected with representative strains of S-CDT-negative serotypes Typhimurium, Newport, and Enteritidis. The G,/M
cell cycle arrest was dependent on CdtB, the active subunit of S-CDT, as infection with isogenic AcdtB mutants abolished their
ability to induce a G,/M cell cycle arrest. Infection with S-CDT-encoding serotypes was significantly associated with activation of
the host cell’s DNA damage response (DDR), a signaling cascade that is important for detecting and repairing damaged DNA.
HelLa cell populations infected with S-CDT-positive serotypes had a significantly higher proportion of cells with DDR protein
53BP1 and yH2AX foci than cells infected with either S-CDT-negative serotypes or isogenic AcdtB strains. Intoxication with
S-CDT occurred via autocrine and paracrine pathways, as uninfected HeLa cells among populations of infected cells also had an
activated DDR. Overall, we show that S-CDT plays a significant role in the cellular outcome of infection with NTS serotypes.

IMPORTANCE The recent discovery that multiple serotypes encode S-CDT, which was previously established as an important vir-
ulence factor for serotype Typhi, suggested that this toxin may also contribute to the outcome of infection with nontyphoidal
serotypes. In this study, we demonstrate that at a cellular level, S-CDT significantly alters the outcome of infection by inducing
DNA damage which is associated with a cell cycle arrest and activation of the host cell’s DDR. Importantly, these results contrib-
ute valuable information for assessing the public health implications of S-CDT in infections with NTS serotypes. Our data sug-
gest that infection with Salmonella strains that encode S-CDT has the potential to result in DNA damage, which may contribute
to long-term sequelae.
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ytolethal distending toxins (CDTs) are important virulence

factors produced by Gram-negative bacteria, including those
causing predominantly extracellular infections (Aggregatibacter
actinomycetemcomitans, Haemophilus spp., Providencia alcalifa-
ciens) and those able to cause intracellular infections (Campylo-
bacter spp., Escherichia coli, Helicobacter spp., Salmonella enterica,
Shigella spp., and Yersinia spp.) (1, 2). In vitro, CDTs act as geno-
toxins, inducing single-strand or double-strand breaks, resulting
in activation of the eukaryotic cell DNA damage response (DDR)
(3-5). DDR protein 53 binding protein 1 (53BP1) and phosphor-
ylation of histone 2AX (producing yH2AX) have been shown pre-
viously to localize at DNA double-strand breaks, recruiting DNA
repair machinery to the DNA damage (6, 7). In vivo, CDT-
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induced damage has been associated with enhanced colonization
of the host by CDT-producing pathogens, tumorigenesis, and
neoplastic lesions, and to contribute to the establishment of
chronic infections (8-10).

The CDTs encoded by most Gram-negative pathogens exist as
an AB, toxin composed of 2 binding subunits, CdtA and CdtC,
and an active subunit, CdtB (3). In vitro analyses have demon-
strated nuclease activity of the CdtB subunit using plasmid relax-
ation assays (11). However, the CDT encoded by select S. enterica
serotypes (referred to as S-CDT, for Salmonella cytolethal distend-
ing toxin) represents a unique form of CDT with an A,B; config-
uration with 2 active subunits (CdtB and PItA) and 5 binding
subunits (PItB) arranged as a pentameric ring (2, 12). The PItA
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TABLE 1 Distribution of S-CDT-encoding genes among 21 nontyphoidal Salmonella enterica serotypes most commonly isolated from human cases

in the United States in 2011

No. of reported laboratory-confirmed

Proportion of S-CDT-positive isolates’

Serotype Serogroup human clinical cases in 20117 % No. positive/total
Enteritidis D, 7,553 0 0/50
Typhimurium¢ B 6,131 0 0/50
Newport C,—C; 5,211 0 0/50
Javiana D, 2,937 100 50/50
14, (5], 12:1: — B 1,339 0/50
Montevideo C, 1,196 100 50/50
Heidelberg B 1,103 0 0/50
Miinchen C,—C; 984 0 0/48
Infantis C, 910 0 0/50
Braenderup C, 739 0 0/50
Oranienburg C, 721 100 50/50
Saint Paul B 709 0 0/50
Mississippi G 549 50 4/8
Thompson C, 536 0 0/50
Agona B 505 0 0/50
Bareilly C, 429 0 0/22
Berta D, 321 0 0/20
Anatum E, 282 0 0/50
Hartford C, 241 0 0/18
113,23:b: — G 218 0 0/1
Hadar C,—C, 205 0 0/47

@ Reported laboratory-confirmed human clinical cases in 2011 according to the CDC’s National Salmonella Surveillance report of 2011.
b The presence of all S-CDT components (pltA, pltB, and cdtB) as determined by PCR amplification and the proportion of S-CDT-positive strains tested per serotype.

¢ Serotype Typhimurium includes Typhimurium variant O:5—.

subunit shares structural and functional homology with the S1
subunit of the pertussis toxin, which acts as an ADP-ribosyl trans-
ferase (2, 13). The PItB subunit has been suggested to play a role in
the binding of S-CDT to host cell receptors, as it shares homology
with the binding subunits of both the pertussis toxin (subunits S2
and S3) and the subtilase cytotoxin (SubB) produced by E. coli
(12-14).

S-CDT was originally characterized as a unique virulence fac-
tor of S. enterica subspecies enterica serotype Typhi (2, 15, 16). In
vitro studies demonstrated that, like CDTs produced by other
Gram-negative pathogens, the S-CDT produced by S. Typhi in-
duced DNA damage leading to a G,/M arrest among infected cell
culture populations (2, 12, 16). Recent studies suggest that the
S-CDT produced by S. Typhi is capable of recapitulating symp-
toms of typhoid fever, modulating the immune system, and en-
abling S. Typhi to persist in vivo (8, 12).

Each year, nontyphoidal S. enterica (NTS) infections account
for approximately 1.03 million cases of food-borne illness in the
United States and an estimated 80.3 million cases internationally
(17, 18). There are marked differences in disease severity resulting
from infections with different Salmonella serotypes (19), yet ge-
netic analyses have failed to definitively account for differences in
virulence among NTS serotypes (20, 21). Recent studies have
identified genes encoding S-CDT in >40 NTS serotypes (20, 22).
However, little is known regarding the distribution and conserva-
tion of S-CDT-encoding genes among NTS serotypes and the con-
tributions of S-CDT in the course of infection with N'TS serotypes
(23-25).

In this study, we examined differences in the cellular outcomes
of infection between S-CDT-positive and -negative NTS sero-
types. Using a PCR-based screen, we characterized the distribu-
tion and sequence conservation of S-CDT-encoding genes among
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21 of the NTS serotypes most frequently isolated from clinical
cases of salmonellosis in the United States. Next, we examined the
cellular response to infection with the 4 S-CDT-positive serotypes
identified through our PCR screen and compared this to the re-
sponses to infection with 3 S-CDT-negative serotypes in order to
determine what role S-CDT may play in a cell model of infection.
Overall, we show that genes encoding S-CDT are highly conserved
among isolates representing NTS serotypes Javiana, Montevideo,
and Oranienburg, as well as among isolates of 1 clade of serotype
Mississippi. Importantly, infection with NTS serotypes encoding
S-CDT significantly alters the outcome of infection in a HeLa cell
model. These data suggest that S-CDT is an important virulence
factor in N'TS strains, which may contribute to differences in dis-
ease severity observed among different NTS serotypes. With the
recognized potential of CDTs to serve as genotoxins, our data also
suggest that infection with some S. enterica strains (i.e., those that
carry S-CDT) has the potential to cause DNA damage in host cells,
which may predispose case patients to long-term sequelae that
remain to be defined.

RESULTS

Genes encoding S-CDT are conserved among isolates of NTS
serotypes Javiana, Montevideo, and Oranienburg, while for se-
rotype Mississippi isolates, genes encoding S-CDT are clade as-
sociated. A PCR screen used to detect internal gene fragments for
pltA, pltB, and cdtB showed that all isolates of S. enterica serotypes
Javiana, Montevideo, and Oranienburg screened (50 isolates for
each serotype), which are among 21 of the NTS serotypes most
frequently isolated from clinical cases of salmonellosis in the
United States, encoded all 3 toxin components. For serotype Mis-
sissippi, only 4 of the 8 isolates tested were S-CDT positive (Ta-
ble 1). Subsequent 7-gene multilocus sequence type (MLST) char-
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FIG 1 Genes encoding S-CDT are clade restricted for serotype Mississippi.
Maximum-likelihood tree showing phylogenetic clades based on concatenated
7-gene MLST data for serotype Mississippi, closely related serotypes Adelaide,
Paratyphi A, and Typhi (22), and S-CDT-positive serotypes Javiana, Oranien-
burg, and Montevideo, which are included for comparison. MLST data for the
Mississippi isolates designated STnew, ST356, ST425, ST448, and ST764 were
obtained for this study; all other sequence data were extracted from the MLST
database (26). Branch lengths represent a substitution rate of 2 nucleotides per
1,000. Numbers at nodes represent bootstrap values based on 1,000 repeti-
tions. Blue represents S-CDT-negative MLSTs and serotypes as determined in
this study and by den Bakker et al. (22); red represents S-CDT-positive MLST's
and serotypes. The S-CDT status for serotype Mississippi ST764 and ST356 are
unknown, and these STs are thus shown in black lettering.

acterization of the 8 serotype Mississippi isolates indicated that
this serotype is polyphyletic and that these isolates represent 2
distinct clades (Fig. 1). S-CDT-encoding genes were present in all
4 isolates with sequence type 425 (ST425) (Fig. 1) (26), while the 4
isolates in the other clade (representing ST448 and a new ST) were
negative for the S-CDT genes. Two other Salmonella serotype Mis-
sissippi ST's (i.e., ST356 and ST764) obtained from the MLST da-
tabase also clustered into the S-CDT-negative clade (26). Interest-
ingly, isolates of the S-CDT-negative Mississippi clade clustered
with S. Typhi (S-CDT positive), suggesting that this clade may
have lost the S-CDT genes (Fig. 1).

Based on CDC data on the frequency of different NTS sero-
types among human clinical cases in the United States, strains
representing the 3 serotypes Javiana, Montevideo, and Oranien-
burg (among which all isolates were S-CDT positive) were the
cause of 4,854 of the 32,819 reported cases of nontyphoidal sal-
monellosis caused by the 21 NTS serotypes screened (listed in
Table 1). Serotype Mississippi, on the other hand, accounted for
549 reported cases. With 4/8 serotype Mississippi isolates testing
as S-CDT positive, we can estimate with a 90% confidence interval
(CI) of 0.25 to 0.75 that the binomial proportion of human Mis-
sissippi isolates positive for S-CDT is 0.5. Based on this, infections
with S-CDT-encoding Mississippi strains account for approxi-
mately 275 cases per year (90% CI, 137 to 412). Overall, S-CDT-
positive isolates among these 21 human clinical NTS-associated
serotypes were estimated to cause approximately 5,129 reported
human cases in the United States. Because Scallan et al. (17) pre-
viously suggested that only 1 out of each 29.3 cases of nontyphoi-
dal salmonellosis is reported (90% CI, 21.8 to 38.4), we estimated
that approximately 150,280 cases (90% CI, 111,812 to 196,954) of
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salmonellosis in the United States are caused by S-CDT-positive
isolates representing serotypes Javiana, Montevideo, Oranien-
burg, and Mississippi.

pItA, pltB, and cdtB are highly conserved among NTS sero-
types encoding S-CDT. To characterize the sequence conserva-
tion of pltA, pltB, and cdtB (encoding S-CDT subunits PItA, PItB,
and CdtB, respectively), we sequenced PCR amplicons for each of
these genes for 5 representative isolates from each of the S-CDT-
positive serotypes, except for serotype Mississippi, for which all 4
S-CDT-positive isolates were characterized. Overall, the predicted
peptide products of pltA, pltB, and cdtB were highly conserved
across serotypes (including in S. Typhi strain CT-18), with 98.3%,
94.9%, and 99.3% of amino acids conserved, respectively. DNA
sequences for pltA, pltB, and cdtB were also highly conserved, with
98.1%, 96.1%, and 99.4% of nucleotides being identical among all
isolates, respectively.

The CdtB subunit was the most conserved among the toxin-
encoding subunits. Among the isolates analyzed, we found 2 CdtB
sequence types. All serotype Javiana, Montevideo, and Oranien-
burg isolates had the same CdtB amino acid sequences (see Table 2),
which were identical to that of S. Typhi strain CT-18 (designated
CdtB sequence type 1). CdtB sequence type 2 was found in all S-CDT-
positive serotype Mississippi isolates, which had amino acid substitu-
tions at residues 217 (Thr versus Ala in CT-18) and 223 (Ala versus
Glu in CT-18). The cysteine residue (Cys269) essential for anchoring
CdtB and PItA (12) was conserved among the predicted CdtB peptide
sequences for all S-CDT-positive NTS isolates analyzed.

The key amino acid residues for PltA, the ribosyl transferase
subunit, were also conserved. Both the PItA amino acid residue
implicated in binding to the CdtB subunit (Cys214) and the cata-
lytic residue (Glu133) were conserved among all isolates. A total of
4 amino acid substitutions were identified as differing from the
sequence of S. Typhi CT-18 (Table 2). Serotype-specific amino
acid substitutions included (i) a His215 residue in S. Typhi strain
CT-18 (compared to GIn215 for all other serotypes) and (ii) a
Val227 residue in all Javiana isolates (compared to Met227 for all
other isolates) (Table 2).

The PItB subunit was the most varied of the toxin subunits,
with 7 variable amino acid residues (Table 2). At 3 variable sites
(residues 3, 4, and 29), the PItB sequence for S. Typhi CT-18
differed from those of all other isolates. Other residues showed
different amino acid substitution patterns. For example, all sero-
type Javiana isolates and 1 serotype Oranienburg isolate had Ile65 (in
place of Thr65 in all serotype Montevideo isolates, the 4 remaining
serotype Oranienburg isolates, and S. Typhi strain CT-18). For 1
Oranienburg isolate, the complete PItB amino acid sequence was
identical to that of the Javiana isolates. We confirmed that this was
not due to misidentification of this isolate, as the 7-gene MLST for
this isolate matched ST's of other serotype Oranienburg isolates. All
key residues involved in binding to sugar moieties (Tyr33, Ser35, and
Lys59) were conserved across all serotypes (12).

Infection with S-CDT-positive serotypes results in G,/M cell
cycle arrest, while infection with S-CDT-negative serotypes
does not. To determine whether the presence of S-CDT-encoding
genes altered the outcome of infection at the cellular level, we
infected HeLa cells with S. enterica isolates representing S-CDT-
positive and S-CDT-negative serotypes. Overall, we found that
HeLa cell populations infected with isolates representing S-CDT-
positive serotypes (i.e., Javiana, Montevideo, Mississippi, and
Oranienburg) showed a significantly higher proportion of cells in
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TABLE 2 Amino acid differences in S-CDT subunits between serotype Typhi and nontyphoidal serotypes

Amino acid (nucleotide codon) in®:

S-CDT subunit Amino acid residue CT-18 Serotype(s) Serotype(s) with substitution

CdtB 217 Ala (GCC) Thr (ACC) Mississippi
223 Glu (GAA) Ala (GCA) Mississippi

PItB? 3 Met (ATG) Ile (ATA) Javiana, Montevideo, Mississippi, Oranienburg
4 Ser (AGT) Asn (AAT) Javiana, Montevideo, Mississippi, Oranienburg
6 Tyr (TAT) Phe (TTT) Javiana, Montevideo, Mississippi, Oranienburg
29 Asn (AAT) Lys (AAA) Javiana, Montevideo, Oranienburg
50 Ser (AGT) Gly (GGT) Javiana, Oranienburg
65 Thr (ACA) Tle (ATA) Javiana, Oranienburg (1 of the 5 isolates)
116 Thr (ACC) Ala (GCC) Oranienburg (4 of the 5 isolates)

PItAc 6 Phe (TTC) Leu (CTC) Javiana, Oranienburg
169 Ala (GCC) Ser (TCC) Javiana, Montevideo, Oranienburg
215 His (CAT) Gln (CAA) Javiana, Montevideo, Mississippi, Oranienburg
227 Met (ATG) Val (GTG) Javiana

@ The three-letter abbreviations for the amino acid residues in S. enterica serotype Typhi strain CT-18 or in the nontyphoidal serotypes are shown; codons encoding the amino acid
residues are shown in parentheses. The specific SNPs causing the amino acid change are shown in bold font.

b Salmonella Oranienburg strain FSL A4-0642 showed the same amino acid substitution in PItB as the 5 Javiana isolates tested.

¢In addition to having the amino acid differences listed here, isolate FSL R8-1549 (serotype Mississippi) had an SNP resulting in an amino acid change from glycine to serine at

position 211; this genotype was not detected in any other isolates.

the G,/M phase (Fig. 2A and B) than HeLa cells infected with
S-CDT-negative serotypes (i.e., Enteritidis, Newport, and Typhi-
murium), both at a multiplicity of infection (MOI) of 5 (P =
0.016) and at an MOI of 10 (P = 0.011). For example, for an MOI
of 10, the proportion of HeLa cells in the G,/M phase ranged from
25.9% to 89.7% for the different S-CDT-positive isolates and from
13.8% to 21.1% for the S-CDT-negative isolates (Fig. 2A). For
HeLa cells infected with S-CDT-negative serotypes, the propor-
tion of cells in the G,/M phase did not significantly differ from the
proportion of uninfected cells in the G,/M phase, regardless of the
MOI (MOI 5, P = 0.999; MOI 10, P = 0.998). We also found a
significant effect (P < 0.0001) of the isolate used for infection on
the proportion of HeLa cells in G,/M phase. Tukey’s post hoc test
specifically showed significant differences in the magnitudes of
G,/M arrest caused by the different S-CDT-positive isolates tested
(Fig. 2); HeLa cells infected with either serotype Mississippi or
serotype Oranienburg strains showed a significantly lower (P <
0.05) proportion of HeLa cells in the G,/M phase than HeLa cells
infected with either serotype Javiana or serotype Montevideo iso-
lates. Importantly, even for infections with Mississippi and
Oranienburg isolates, the proportion of Hela cells in the G,/M
phase was still significantly (P < 0.05) higher than for any of the
infections involving S-CDT-negative isolates. Overall, our results
indicate that infection with S-CDT-encoding serotypes is associ-
ated with a significant increase in the proportion of cell popula-
tions arrested in the G,/M phase, indicative of DNA damage.
S-CDT-encoding serotypes activate the DNA damage re-
sponse, while S-CDT-negative or S-CDT-null serotypes do not.
CdtB, the active component of S-CDT has nuclease activity in vitro
and activates the host cell’s DDR (3, 12, 16). To determine
whether infection with NTS serotypes encoding S-CDT resulted
in an activated DDR among infected HeLa cell populations, we
used immunofluorescence staining to detect 53BP1 foci and then
confirmed this by also staining for phosphorylated serine 139 on
H2AX (yielding yH2AX) (27, 28). HeLa cell populations infected
with S-CDT-encoding Salmonella had a significantly higher pro-
portion of cell populations with both 53BP1 and yH2AX foci
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(“double-positive cells”) (Fig. 3A and B) than either HeLa cells
infected with S-CDT-negative isolates (P < 0.001) or uninfected
controls (P = 0.003). This effect was consistent for all isolates
tested (see Fig. S1 in the supplemental material). Specifically,
27.1% to 91.6% of HeLa cells infected with S-CDT-positive iso-
lates representing serotypes Javiana, Montevideo, Mississippi, and
Oranienburg showed both 53BP1 and yH2AX foci (double-
positive cells) than 0.0% to 9.3% of HeLa cells infected with iso-
lates representing S-CDT-negative serotypes. For HeLa cells in-
fected with isolates representing S-CDT-negative serotypes, the
proportion of double-positive cells also did not differ from that of
uninfected controls (P = 0.992). As 53BP1 and yH2AX foci have
been shown previously to localize to sites of DNA damage, these
results also support the hypothesis that HeLa cells infected with
S-CDT-positive serotypes sustain more DNA damage than HeLa
cells infected with S-CDT-negative serotypes (29). Therefore,
these results suggest that infection with isolates representing dif-
ferent S-CDT-encoding NTS serotypes results in DNA damage
which activates the host cell DDR but that infection with isolates
representing S-CDT-negative serotypes does not.

To confirm that the observed activation of the host cell DDR
was due to CdtB, we infected HeLa cells with AcdtB isogenic mu-
tants of serotype Javiana and Montevideo isolates. Deletion of
cdtB abolished the ability of these strains to activate the host cell
DDR, as the proportion of AcdtB mutant-infected HeLa cells that
were doubly positive for 53BP1 and yH2AX foci was not signifi-
cantly different from those of uninfected controls (P = 0.805).
HeLa cell populations infected with wild-type (WT) isolates of
serotypes Javiana and Montevideo also had significantly (P =
0.004) higher proportions of cells with an activated DDR (i.e.,
with 53BP1 and yH2AX foci) than HeLa cell populations infected
with the AcdtB isogenic mutants (Fig. 4A and B); immunofluores-
cence images indicated similar levels of intracellular Salmonella
cells in HeLa cells infected with WT parent strains and their re-
spective AcdtB isogenic mutants, suggesting that cdtB did not in-
fluence rates of invasion or intracellular survival within HeLa
cells. Taken together, these results suggest that CdtB is essential for
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FIG 2 Infection with NTS serotypes encoding S-CDT results in significantly
higher proportions of cells arrested in G,/M in HeLa cells than in uninfected
cells. HeLa cells were infected with isolates representing S-CDT-positive sero-
types (Mississippi, Montevideo, Javiana, and Oranienburg) and S-CDT-
negative serotypes (Enteritidis, Typhimurium, and Newport) at multiplicities
of infection (MOIs) of approximately 5 and 10. At 48 hpi, cells were fixed and
stained with PI. DNA content was analyzed by flow cytometry, and cells were
gated to exclude multiplets. Least-square means from a linear mixed-effects
model were used to determine significant differences in proportions of HeLa
cells in the G,/M phase for cells infected with the 2 MOIs. Results represent 4
independent experiments. (A) Bar chart showing average proportions of cell
populations in G,/M phase among HeLa cells infected with S-CDT-negative
(blue bars) or S-CDT-positive (red bars) serotypes at 2 MOIs (5 and 10, shown
on the x axis); data shown are the averages for the 4 S-CDT-positive and the 3
S-CDT-negative strains. Green bars represent values for uninfected control
cells (4 independent replicates). Bars that do not have identical letters repre-
sent statistically significantly different proportions of cells in G,/M phase (P <
0.05). (B) Bar chart showing G,/M arrest resulting from infection with the
individual Salmonella strains used in this study (Table 3). Light-blue and red
bars represent infection at an MOI of 5, and dark-blue and dark-red bars
represent infection at an MOI of 10. Statistical models are based on log-
transformed data; nontransformed data are shown. Error bars represent stan-
dard deviations.

the activation of the DDR among cells infected with S-CDT-
positive NTS serotypes.

cdtBis required for the G,/M cell cycle arrest associated with
infection with S-CDT-positive serotypes. To confirm that the
G,/M arrest was due to CdtB, we compared the cell cycle progres-
sions of populations of HeLa cells infected with the WT Javiana
and Montevideo strains and their AcdtB isogenic mutants. HeLa
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cells infected with the WT Javiana and Montevideo strains had a
significantly higher proportion of cells in the G,/M phase at both
an MOI of 5 (P < 0.001) and an MOI of 10 (P < 0.001) than cell
populations infected with AcdtB isogenic mutants (Fig. 4C). There
was no statistically significant effect of the MOI (5 or 10) on the
proportion of HeLa cells that arrested in G,/M after infection with
S-CDT-positive serotypes (P = 0.831), indicating that the MOI
did not have a significant effect on the observed G,/M cell cycle
arrest, even though immunofluorescence imaging showed that
only a small proportion of HeLa cells were infected with Salmo-
nella (Fig. S1) (at an MOI of approximately 5, only a median of
10% of HeLa cells were infected). Importantly, for either an MOI
of 5 (P = 0.167) or an MOI of 10 (P = 0.149), the proportion of
HeLa cells in the G,/M phase following infection with AcdtB Sal-
monella isolates was not significantly different from the propor-
tion of uninfected control cells in the G,/M phase. Deletion of cdtB
thus abolished the ability of the S-CDT-positive serotypes Javiana
and Montevideo to arrest HeLa cells in the G,/M phase (Fig. 4C),
demonstrating that CdtB is required for the G,/M cell cycle arrest
associated with infection involving S-CDT-positive serotypes.

S-CDT-mediated intoxication can occur via autocrine or
paracrine pathways. Immunofluorescence staining clearly showed
that cells which were not infected with Salmonella but were located
near Salmonella-infected HeLa cells had an activated DDR
(Fig. 3A, 4A, and S1). To determine whether the activation of the
DDR and G,/M arrest occur via intoxication arising from para-
crine pathways, we coincubated uninfected HeLa cell populations
with cell-free supernatants collected from previous infections
with S-CDT-positive serotypes and their respective AcdtB isogenic
mutants. HeLa cell populations incubated with cell-free superna-
tants from infections with WT isolates encoding S-CDT had a
significantly higher proportion of cells in the G,/M phase than
HeLa cells incubated with cell-free supernatants from AcdtB
mutant-infected HeLa cells after incubation at total volumes of
5% (P = 0.034) and 20% (P = 0.014) (Fig. 5A). In contrast, the
proportions of HeLa cells in the G,/M phase did not differ signif-
icantly between untreated cells and cells coincubated with either a
5% or a 20% (vol/vol) cell-free supernatant from a previous infec-
tion with AcdtBisogenic mutants (P = 0.450 and P = 0.979 for 5%
and 20% [vol/vol] treatments, respectively).

We also found that HeLa cells coincubated with filter-sterilized
cell-free supernatants from past infections with S-CDT-positive
WT strains showed a significantly higher proportion of cells with
53BP1 and yH2AX foci than untreated control cells; this was ob-
served at both concentrations of 5% (vol/vol) (P = 0.047) and
20% (vol/vol) (P = 0.004) (Fig. 5B and C). Furthermore, HeLa
cells treated with cell-free supernatant from WT infections had a
significantly higher proportion of cells having both 53BP1 and
YH2AX foci than cells treated with cell-free supernatant from
AcdtB mutant infections (P = 0.015 and P = 0.003 for 5% [vol/
vol] and 20% [vol/vol] treatments, respectively). HeLa cells coin-
cubated with cell-free supernatants from infections with AcdtB
isolates also did not differ significantly from untreated control
cells with regard to the proportion of cells with 53BP1 and yH2AX
foci (P = 0.958 for 5% [vol/vol] treatment, P = 0.555 for 20%
[vol/vol] treatment). Heat inactivation of supernatants collected
from infection with S-CDT-positive isolates abolished the ability
of the toxin-containing supernatant to induce 53BP1 and yH2AX
foci (Fig. S2), suggesting that a heat-labile toxin is responsible for
activation of the DDR. This is consistent with the results of previ-
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FIG 3 Infection with S-CDT-encoding serotypes is associated with activation of the DNA damage response. HeLa cells grown on glass coverslips were infected
with Salmonella strains at a multiplicity of infection of approximately 5. Cells were fixed at 48 hpi and were stained with antibodies recognizing 53BP1, yH2AX,
and Salmonella cells. DAPI was included as a nucleic acid stain. (A) Representative images for strains FSL $5-0642 (serotype Oranienburg; S-CDT positive) and
FSL S5-0415 (serotype Enteritidis; S-CDT negative); data for other strains are shown in Fig. S1 in the supplemental material. Scale bars, 25 um. (B) A
mixed-effects linear model was used to determine whether the proportions of HeLa cells that were positive for 53BP1 and yH2AX foci at 48 hpi differed between
S-CDT-positive and -negative serotypes and uninfected controls. Data represent 2 technical replicates from 2 independent experiments for each serotype. The
S-CDT-negative bar represents the average of all data for HeLa cells infected with serotypes Typhimurium, Newport, and Enteritidis; the S-CDT-positive bar
represents the average for all data for HeLa cells infected with serotypes Javiana, Montevideo, Mississippi, and Oranienburg. ***, P < 0.001; **, P < 0.01.
Although the data were transformed for statistical analyses, nontransformed data are shown. Bars represent standard deviations.

ous studies which have shown that heating CDT-containing su-
pernatants from E. coli and Campylobacter spp. at 70°C for 1 h
abolishes the cytotoxic effect of this toxin in tissue culture (30, 31).

Previous studies have suggested a strict requirement for inter-
nalization of Salmonella cells in order for S-CDT production to
occur (2, 16). Similarly, we found that coincubation of HeLa cells
with either lysogeny broth (LB) or Eagle’s minimal essential me-
dium (EMEM) used to culture S-CDT-positive Salmonella failed
to induce activation of the host DDR and failed to induce a G,/M
arrest (Fig. S3). This result suggests that the S-CDT production
occurs only in intracellular Salmonella cells; hence, the paracrine
route of S-CDT-induced intoxication requires initial intracellular
infection of at least some host cells to allow for production of the
S-CDT needed for the paracrine intoxication. Overall, these re-
sults suggest that intoxication with S-CDT may occur via auto-
crine or paracrine pathways, indicating that eukaryotic cells do
not need to be infected with S-CDT-positive NTS in order to
sustain DNA damage.

DISCUSSION

Strains of nontyphoidal Salmonella (NTS) serotypes represent
some of the most common causes of food-borne illnesses world-
wide and therefore have a tremendous economic and public
health impact. While most NTS infections cause mild gastrointes-
tinal symptoms, systemic infections are not uncommon and may
be associated with specific serotypes, such as serotype Dublin or
Choleraesuis (19). In addition, long-term sequelae of NTS infec-
tions (e.g., reactive arthritis and postinfectious irritable bowel
syndrome) have been reported (32). While recent studies of
S-CDT production by S. Typhi have suggested that this virulence
factor plays an important role in establishing a chronic infection
and in the development of typhoid fever (8, 12), extensive
genomic and phenotypic analyses have largely failed to definitively
identify specific virulence factors that may be responsible for vir-
ulence differences among NTS serotypes, suggesting that multiple
virulence factors likely contribute to the severity of an infection
(20, 33). The recent identification of genes encoding S-CDT in the
genomes of some NTS serotypes, however, has provided a specific
set of genes that may impart unique virulence characteristics to a
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subset of NTS serotypes. As the specific contributions of S-CDT to
the pathogenicity of NTS serotypes have remained largely unchar-
acterized, we conducted a series of experiments to assess the dis-
tribution and conservation of S-CDT-encoding genes among NTS
serotypes and to determine the contributions of these genes to
Salmonella pathogenicity using a cell culture model.

In this study, we established that among 21 NTS serotypes
causing the majority of human clinical cases of salmonellosis in
the United States, serotypes Javiana, Montevideo, and Oranien-
burg, as well as serotype Mississippi (some isolates), encode
S-CDT. Interestingly, we found that serotype Mississippi is
polyphyletic and that S-CDT-encoding genes are present only in
isolates in 1 of the 2 clades. We estimated that infections with
S-CDT-positive isolates representing these serotypes account for
approximately 150,280 cases (90% CI, 111,812 to 196,954) of
food-borne salmonellosis in the United States in 2011, suggesting
that a relatively large population of individuals have been exposed
to this toxin (17). In general, the results of our PCR screen agree
with previous reports on the distribution of S-CDT-encoding
genes among strains of NTS serotypes (20, 22-24). For example,
using a much smaller set of isolates (1 to 2 isolates) per serotype,
den Bakker et al. also reported that strains of serotypes Javiana,
Montevideo, and Oranienburg carry cdtB (22). While our study
focused on characterizing S-CDT’s presence among the most
common NTS serotypes causing human salmonellosis in the
United States, other studies indicated that in addition to serotypes
Javiana, Montevideo, Oranienburg, and Mississippi, at least 37
other, rarer, NTS serotypes also encode S-CDT, suggesting further
human exposure to S-CDT-positive NTS strains (22, 25). While
some evidence supports the suggestion that S-CDT-positive NTS
strains represent a specific NTS clade, there is at least some evi-
dence that S-CDT is not exclusively associated with a specific clade
(22). For example, a recent study by den Bakker et al. noted that
Salmonella serotypes encoding S-CDT are found primarily in
clade B (e.g., serotypes Javiana, Schwarzengrund, and Montevi-
deo) but that a small subclade (including serotypes Paratyphi A
and Typhi) of clade A also include strains that encode S-CDT (22).
While future additional studies on the presence of S-CDT among
additional NTS serotypes will be valuable, the data presented here
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FIG 4 cdtB is essential for activation of the host DNA damage response and
G,/M cell cycle arrest. HeLa cells infected with wild-type strains and AcdtB
isogenic mutants of serotypes Javiana and Montevideo were analyzed for the
presence of 53BP1 and yH2AX foci at 48 hpi. (A) Representative images show-
ing 53BP1 and yH2AX foci among HeLa cells infected with a wild-type sero-
type Javiana strain and a AcdtB isogenic mutant. Scale bars, 25 um. (B) Quan-
tification of the proportion of HeLa cells with both 53BP1 and yH2AX foci;
data represent the results for 2 technical replicates from 2 independent exper-
iments for each of the 4 strains (Javiana and Montevideo parent strains and
their respective isogenic mutants); error bars represent standard deviations.
**, Pvalue < 0.01; *, P value < 0.05. (C) Proportion of HeLa cell populations
in the G,/M phase determined by DNA content analysis using flow cytometry.
HeLa cells were infected at 2 multiplicities of infection with either wild-type
strains or AcdtB isogenic mutants of serotypes Javiana and Montevideo. Cells
were fixed at 48 hpi, and DNA content was measured using PI staining. Data
represent the averages for both serotypes from 4 independent experiments for
each strain. Bars that do not have identical letters represent statistically differ-
ent values (P < 0.05). Error bars represent standard deviations.

on S-CDT’s presence among a large number of isolates represent-
ing serotypes commonly associated with human disease provide
important information that allows for an initial assessment of the
population in the United States that is exposed to S-CDT through
infections involving NTS serotypes.

Not surprisingly, alignments of predicted amino acid se-
quences suggested that CdtB, PItA, and PItB are highly conserved
across serotypes, with the active subunit (CdtB) having the fewest
amino acid substitutions. It is interesting to note that several
single-nucleotide polymorphisms (SNPs) in the coding sequences
of PItB and PItA involved transitions to codons which are less
frequently used (i.e., “rare”) by Salmonella, potentially leading to
a reduction in the overall quantities of these proteins in some
strains (34). Importantly, our data suggest that the S-CDT pro-
duced by NTS serotypes, based on overall nucleotide similarity to
coding sequences of S-CDT genes carried by S. Typhi likely in-
duces DNA damage in eukaryotic cells in a manner similar to that
of the S-CDT produced by S. Typhi.

To date, few studies have specifically examined the contribu-
tions of S-CDT production by NTS serotypes to infection and
pathogenesis (23-25). While limited prior studies have shown
that some S-CDT-positive serotypes (e.g., Javiana) induce a G,/M
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arrest (23, 25), our results not only confirm that infection with
S-CDT-positive NTS serotypes causes a cell cycle arrest that is not
observed in cells infected with S-CDT-negative serotypes but also
show that this cell cycle arrest is associated with activation of the
host DDR. In addition, we show that serotypes Oranienburg and
Mississippi induce DNA damage in infected eukaryotic cells, fur-
ther confirming that an active S-CDT is produced by these NTS
serotypes and that the DNA-damaging effects are not restricted to
serotype Typhi. Our data show that infection with wild-type
strains of S-CDT-positive NTS serotypes significantly impacts the
cellular outcome of infection, suggesting that S-CDT is an impor-
tant pathogenicity factor in strains that encode S-CDT.

An important difference between S-CDT and the CDTs pro-
duced by other Gram-negative pathogens is the additional ADP-
ribosyl transferase activity of the PItA subunit in S-CDT (2, 3).
Here, we confirmed that the DNA-damaging effects are due to the
activity of the CdtB subunit, as deletion of cdfB abolished the
ability of S-CDT-positive serotypes to cause DNA damage (as
shown by the G,/M cell cycle arrest and the 53BP1 and yH2AX
foci). This is in agreement with the findings of previous studies of
serotype Typhi which also showed that cdtB deletion abolishes
G,/M cell cycle arrest (2, 16). We therefore conclude that the
S-CDT produced by NTS acts in the same manner as the S-CDT
produced by serotype Typhi.

Immunofluorescence staining of HeLa cells infected with
S-CDT-positive NTS isolates showed that the DNA damage sus-
tained from S-CDT-mediated intoxication is not restricted to in-
fected cells but impacts nearby cells as well. Previous studies with
S. Typhi have similarly shown that intoxication with S-CDT may
occur via autocrine or paracrine pathways, as intoxication of
Henle cells in the presence of a toxin-neutralizing antibody abol-
ished the cell cycle arrest of cells coincubated with cell-free super-
natants containing S-CDT from previous infections (2). In sup-
port of this, a previous study also showed that exogenous addition
of purified S-CDT was sufficient to cause a G,/M-phase arrest,
suggesting that S-CDT is necessary and sufficient for the cytotoxic
activity observed in S-CDT-encoding serotypes of Salmonella
(12). Furthermore, Guidi et al. showed that S-CDT is transported
anterograde along host microtubules of infected cells in outer
membrane vesicles and secreted from infected cells into the sur-
rounding media (35). Consequently, it is likely that all cells,
whether or not they are infected with Salmonella, sustain S-CDT-
mediated DNA damage via the same mechanism, as all cells ap-
pear to take up S-CDT from the extracellular environment. This is
important because during an infection, relatively few S. enterica
cells successfully invade host cells (36). Together, these results
suggest that dissemination of S-CDT into the surrounding tissues
has the potential to impact a greater number of host cells, which
may contribute to the overall outcome of infection.

It has been established previously that Salmonella may induce
host cell death via multiple mechanisms, including apoptosis and
pyroptosis, depending on the host cell type (e.g., immune versus
epithelial cells) (37-39). The majority of these analyses have been
conducted using serotype Typhimurium, which is now known to
be S-CDT negative. Therefore, S-CDT-mediated intoxication rep-
resents an important new mechanism by which NTS may induce
cell death. While HeLa cells represent a standard cell line used for
studies of DNA damage, future studies examining the cellular out-
come of infection with S-CDT-positive NTS serotypes in noncan-
cerous (i.e., nontransformed) cell lines will be important to assess
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FIG5 S-CDT-mediated activation of the DNA damage response and G,/M cell cycle arrest can occur via paracrine pathways. HeLa cells were coincubated with
cell-free supernatants from previous infections with S-CDT-positive wild-type strains FSL §5-0395 (serotype Javiana) and FSL R8-4841 (serotype Montevideo)
and their respective isogenic AcdtB mutants; supernatants were added at final concentrations of 5% and 20%, vol/vol (v/v). (A) At 24 h post-intoxication, cells
were stained with PI to determine DNA content and to quantify the proportion of cells in the G,/M phase. Results represent data from 2 independent experiments
for each of the 4 strains. Bars that do not have identical letters represent statistically different values (P < 0.05). (B) HeLa cells grown on coverslips were
coincubated with cell-free supernatants from previous infections. Immunofluorescence staining was performed to detect cells with 53BP1 and yH2AX fociat24 h
post-intoxication. Bar charts represent data from 2 independent experiments. Bars that do not have identical letters represent statistically different values (P <
0.05). (C) Representative images are shown for supernatants from infections with FSL R8-4841 (WT strain of serotype Montevideo) and FSL B2-0364 (AcdtB
mutant of serotype Montevideo). Data for FSL S5-0395 (Javiana WT) and FSL B2-0360 (AcdtB mutant of serotype Javiana) are shown in Fig. S1. Scale bars,

25 pm.

whether eukaryotic cells are able to repair the DNA damage in-
duced by S-CDT-positive NTS serotypes.

Our data indicate that S-CDT significantly impacts the out-
come of infection with N'TS serotypes at the cellular level. It will be
important to further assess the role of S-CDT in vivo to determine
the implications of S-CDT-mediated DNA damage at the host
level and to also ascertain what, if any, long-term sequelae may
result from the DNA damage sustained during an infection with
S-CDT-producing NTS. An analysis by Rodriguez-Rivera et al.
(25) reported that nontyphoidal serotypes which had a higher
proportion of infections resulting in invasive disease (as reported
by Jones et al. [19]) were significantly more likely to encode
S-CDT, therefore suggesting that S-CDT contributes to the sever-
ity of human clinical cases as well (19, 25). AbuOun et al. (40)
found that sera from humans who had previously been exposed to
Campylobacter jejuni (which encodes a CDT) neutralized the ac-
tivity of the toxin in vitro, suggesting that individuals seroconvert
following exposure to CDTs (40). Further studies will be beneficial
in determining whether S-CDT exposure also causes antibody
production and potentially the neutralization of S-CDT produced
by NTS.

Overall, the data provided here contribute important new in-
formation that strongly suggests that a subset of NTS strains (i.e.,
those encoding S-CDT) are likely to cause unique consequences of
infection at both the cellular and the host level. Hence, there is an
urgent need to determine the potential public health impacts of
S-CDT-producing NTS serotypes. Ultimately, this work may lead
to differential assessment of the food safety hazards posed by foods
contaminated with S-CDT-positive and -negative NTS strains.
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MATERIALS AND METHODS

Bacterial strains, human cell lines, and culturing conditions. A total of
864 wild-type Salmonella isolates obtained from foods (e.g., raw oysters,
shrimp, jalapefio peppers, spices, and others), environmental samples
(e.g., ground water, soil, drag swabs from produce fields, and dairy and
avian farm environments), animals (e.g., bovines, avians, and reptiles),
and humans with clinical symptoms in the United States were selected
from an existing strain collection for inclusion in this study (Table 3; see
also Data Set S1 in the supplemental material for a complete list). Isolates
were selected to belong to 21 NTS serotypes most frequently isolated from
human clinical cases of salmonellosis in the United States in 2011, as
reported by the 2011 CDC National Salmonella Surveillance report (47).
Approximately 50 isolates were selected for each serotype, except for 7
serotypes (Table 1), for which only a small number of isolates could be
obtained from the Cornell Food Safety Laboratory’s Salmonella collec-
tion. In addition, the isogenic Acd#B mutants FSL B2-0360 and FSL B2-
0364 and the corresponding parent strains FSL S5-0395 (serotype Javiana)
and FSL R8-4181 (serotype Montevideo) were used (Table 3); these
strains, including their AcdtB mutants, had previously been described
(25). As previously detailed, AcdtB mutants were constructed by deleting
the entire cdtB open reading frame (ORF) using the A-Red recombinase
method (41). All strains were maintained in 15% (vol/vol) glycerol
stored at —80°C. Salmonella cells were grown on brain heart infusion
(BHI; Becton, Dickinson, Sparks, MD) agar plates, which were incu-
bated at 37°C. For infections, Salmonella strains were cultured in LB
(pH 8; 0.3 M NaCl) under static conditions at 37°C to increase inva-
sion efficiency (42-44).

HeLa cells were grown in Eagle’s minimum essential medium
(EMEM; Gibco-Invitrogen, Carlsbad, CA) supplemented with 10% (vol/
vol) fetal bovine serum (FBS; Gibco-Invitrogen) and were incubated at
37°C with 5% CO,. For infection, HeLa cells were grown in 6-well or
12-well plates (Corning, Corning, NY) to the desired confluence (40 to
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TABLE 3 Salmonella strains used for in vitro analyses

Cytolethal Distending Toxin in Nontyphoidal Salmonella

Strain Serotype Genotype Source Date isolated”
FSL S5-0415 Enteritidis Wild type Human April 2004

FSL §5-0536 Typhimurium Wild type Human November 2004
FSL S5-0639 Newport Wild type Human December 2004
FSL S5-0395 Javiana Wild type Human March 2004
FSL R8-2779 Mississippi Wild type Human November 2008
FSL R8-4841 Montevideo Wild type Human April 2010

FSL §5-0642 Oranienburg Wild type Human December 2004
FSL B2-0360? Javiana FSL S5-0395 AcdtB Lab strain NA

FSL B2-0364% Montevideo FSL R8-4841 AcdtB Lab strain NA

2 NA, not applicable.
b This mutant and its construction were previously described (25).

50% confluence for flow cytometry analyses or 40 to 70% confluence for
immunofluorescence analyses).

PCR screen for S-CDT genes pltA, pltB, and cdtB. Isolates were plated
on BHI agar plates from frozen glycerol stocks, followed by overnight
incubation at 37°C. Cell lysates were prepared by inoculating 100 ul of
sterile water with bacterial cells, followed by heating them at 95°C for
15 min in a thermocycler. Each isolate was screened for genes encoding
the 3 components of S-CDT (pltA, pltB, and cdtB) using the primers and
their respective annealing temperatures listed in Table S1. Screening was
performed using 2 PCRs. The first PCR mixture contained primers to
amplify (i) a portion of the 16S rRNA gene (included as a positive control)
and (ii) an internal fragment of pltA. The second PCR was used to simul-
taneously amplify internal regions of pltB and cdtB. Thermocycling con-
ditions included an initial denaturation at 94°C for 3 min, followed by 30
cycles of denaturation at 94°C for 30 s, annealing at either 48°C or 50°C
(Table S1) for 30 s, and extension at 72°C for 1 min; a final extension at
72°C for 7 min was also included. PCR products were visualized using
agarose gel electrophoresis. In the event that PCR amplification did not
yield amplicons for the 16S rRNA gene, a new lysate was prepared and
both PCRs were performed again.

Sequencing of full-length pltA, pltB, and cdtB for phylogenetic com-
parison. Full-length gene segments were amplified for 5 representative
isolates (with the exception of those of serotype Mississippi, only 4 of
which were S-CDT positive) from each serotype or clade that was identi-
fied as S-CDT positive. Primers were designed to anneal to regions up-
stream and downstream of pltA, pltB, and cdtB (Table S1). PCR amplifi-
cation was performed using a touchdown method (for pltA and pltB), with
initial denaturation at 94°C for 3 min, followed by 20 cycles of denatur-
ation at 94°C for 30 s, with annealing temperature decreasing by 0.5°C per
cycle (from 60°C at cycle 1 to 50°C at cycle 20) (Table S1) and extension at
72°C for 1.5 min; an additional 20 cycles of amplification were then per-
formed using an annealing temperature of 50°C, with a final extension at
72°C for 7 min. For cdtB, amplification was performed using the following
thermocycling conditions: 94°C for 3 min, followed by 30 cycles of dena-
turation at 94°C for 30 s, annealing at 50°C for 30 s, and elongation for
1 min at 72°C, followed by a final extension at 72°C for 5 min. PCR
products were treated with 5 units of exonuclease I (Affymetrix, Santa
Clara, CA) and 5 units of shrimp alkaline phosphatase (Affymetrix), fol-
lowed by Sanger sequencing performed by the Cornell Biotechnical Re-
source Center (Cornell University, Ithaca, NY). Sequences were edited
using Sequencher software (Gene Codes Corporation, Ann Arbor, MI).
Phylogenetic analyses were performed using Mega software (version 6).

Seven-gene MLSTs. For selected isolates, multilocus sequence typing
was performed as described previously, using internal fragments of the
housekeeping genes aroC, dnaN, hemD, hisD, purE, sucA, and thrA (26).
Sequences were edited and compared to those in the S. enterica MLST
database, which allows for assignment of MLSTs (26).

Salmonella infection of HeLa cells. Bacterial cultures were plated
from frozen glycerol stocks onto BHI agar plates, followed by incubation
at 37°C for 22 to 24 h. Subsequently, single colonies were used to inoculate
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5-ml aliquots of LB (pH 8; 0.3 M NaCl), followed by incubation under
static conditions at 37°C for 14 = 1 h. These cultures were then subcul-
tured 1:100 into fresh 5-ml aliquots of LB (pH 8; 0.3 M NaCl), followed by
incubation at 37°C under static conditions until bacteria reached early to
mid-log phase (optical density at 600 nm [ODg,] of 0.4 * 0.1). Treat-
ments (i.e., the level of inoculum and strain of NTS used) were randomly
assigned to HeLa cells seeded in 6-well or 12-well plates. HeLa cells were
infected with bacterial cultures at multiplicities of infection (MOIs) of
approximately 5 and 10. After incubation of the infected cells for approx-
imately 1 h at 37°C (with 5% CO,), HeLa cells were washed 3 times with
phosphate-buffered saline (PBS), followed by incubation with EMEM
supplemented with 100 ug/ml gentamicin (Gibco) for 1.25 h at 37°C to
kill extracellular bacteria. Subsequently, HeLa cells were washed an addi-
tional 3 times with PBS and were then maintained in EMEM containing
10 pg/ml gentamicin (Gibco) to prevent recurrent infection and bacterial
outgrowth during incubation.

Flow cytometry. After the selected incubation periods, HeLa cells
were washed once with PBS and were harvested using 0.5% trypsin-EDTA
(Gibco). Cells were fixed in 70% ethanol at —20°C for at least 3 h. Ethanol-
fixed cells were permeabilized with PBS containing 0.1% Tween 20
(PBS-T) and bovine serum albumin (1 g/100 ml) (Sigma-Aldrich, St.
Louis, MO) at room temperature for 10 min. Cells were subsequently
stained (10 min at room temperature) with a solution containing pro-
pidium iodide (PI) (Thermo Fisher Scientific, Waltham, MA) at a final
concentration of 50 ug/ml and RNase A (Sigma-Aldrich) at a final con-
centration of 100 ug/ml. Stained cells were held at 4°C for no longer than
4 h, prior to DNA content analysis using the BD FACSAria. Cells were
gated to exclude doublets and multiplets, as described previously (45).

Immunofluorescence staining. HeLa cells grown on 12-mm cover-
slips (Thermo Fisher Scientific) seeded in 12-well plates were infected
with NTS strains at an MOI of approximately 5, as described above. At
48 h postinfection (hpi), cells were washed with PBS and then fixed with
4% paraformaldehyde in PBS at room temperature for 15 to 20 min. Slides
were washed with PBS, followed by permeabilization with 0.5 to 1% Tri-
ton X-100 in PBS at room temperature for 10 min. Permeabilized cells
were then blocked with 10% horse serum (Gibco) in PBS-T for 1 h at
room temperature. Incubation with primary antibodies was performed
for 1 h at room temperature using a dilution factor in PBS-T of 1:500 for
polyclonal goat anti-Salmonella antibody (KPL, Gaithersburg, MA),
mouse anti-y-H2AX (EMD Millipore, Billerica, MA), and rabbit anti-
53BP1 (Novus Biologicals, Inc., Littleton, CO). Incubation with sec-
ondary antibodies diluted 1:200, except where noted, in PBS-T was
performed for 1 h at room temperature; antibodies used were donkey
anti-mouse conjugated to Alexa 405 (Abcam, Inc., Cambridge, MA), don-
key anti-goat conjugated to Alexa 488, donkey anti-rabbit conjugated to
Alexa 555 (diluted 1:500), and donkey anti-mouse conjugated to Alexa
647 (all Thermo Fisher Scientific). Nuclei were stained with either 4’,6-
diamidino-2-phenylindole (DAPI) at a final concentration of 1 ug/ml or
PI at a final concentration of 40 ug/ml for 5 min at room temperature.
Slides were subsequently mounted onto microscope slides with Glycergel
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(Dako, Carpinteria, CA) and were imaged using a Zeiss 710 confocal
microscope. Two z-stacks (representing 2 independent fields of view)
were collected and analyzed per slide. Images were processed with Fiji
software, and cells were counted using the cell counter plug-in (46). At
least 90 nuclei were analyzed per slide to identify cells that had more than
four 53BP1-positive foci and were also positive for YH2AX; these cells
were designated 53BP1- and yH2AX-positive cells (or doubly positive
cells). The observer was blind to the treatment while collecting and ana-
lyzing images.

Cell-free supernatant intoxication. Medium supernatants were col-
lected at 48 hpi from HeLa cells infected with different Salmonella strains
and were filtered through a 0.2-um filter to remove bacterial cells. The
resulting cell-free supernatants were coincubated with fresh HeLa cell
monolayers for 24 h. Following incubation, cells were fixed for flow cy-
tometry or for immunofluorescence microscopy as described above. Cell-
free supernatants were also tested after heat treatment (70°C or 95°C for
10 min).

Statistical analysis. All statistical analyses were performed using R
software (version 3.0.2; R Project, Vienna, Austria). Linear mixed-effects
models were used to assess significant associations between S-CDT status
(the presence or absence of S-CDT-encoding genes or the WT versus
AcdtB isogenic mutants) and either (i) proportions of cell populations in
G,/M or (ii) proportions of cells with an activated DDR as determined
using immunofluorescence staining for 53BP1 and yH2AX foci. The MOI
and S-CDT status were included as fixed effects. To account for potential
variability due to (i) the passage number of the HeLa cells and (ii) the
Salmonella strain, these variables were included in models as random
effects. An interaction term was included for S-CDT status and the MOI,
when appropriate. Data were transformed by taking the log,, natural log,
and square root or performing a rank transformation, when appropriate
to obtain a normal distribution of the residuals. Data shown in figures
represent untransformed data. The Ismeans (least-square means) package
was used to perform pairwise comparisons among treatments, and P val-
ues were adjusted using the Tukey method to account for multiple com-
parisons. The 90% confidence interval for the binomial proportion of
human Mississippi isolates positive for S-CDT was estimated using the
Wilson score interval.

Accession number(s). Sequence data for all S-CDT subunits se-
quenced are available in NCBI’s GenBank (see Data Set S2 in the supple-
mental material for accession numbers) and in the publicly available on-
line database http://www.foodmicrobetracker.com.

SUPPLEMENTAL MATERIAL

Supplemental material for this article may be found at http://mbio.asm.org/
lookup/suppl/doi:10.1128/mBi0.02109-16/-/DCSupplemental.

Data Set S1, XLSX file, 0.01 MB.

Data Set S2, XLSX file, 0.05 MB.

Figure S1, TIF file, 53.7 MB.

Figure S2, TIF file, 40.3 MB.

Figure S3, TIF file, 40.3 MB.

Table S1, DOCX file, 0.02 MB.

ACKNOWLEDGMENTS

We thank Carol Bayles and the Cornell Bio-Imaging Facility for their
invaluable assistance with the flow cytometry and microscopic analyses.
We also thank Lynn Johnson for her guidance with the statistical analyses.

R.A.M. was supported by USDA NIFA award 2016-67011-24714. Re-
search on Salmonella in the Wiedmann lab is currently supported by the
National Institute of Food and Agriculture through USDA Hatch grant
NYC-143436. The Bio-Imaging Facility at Cornell University is supported
by NIH grant 1S10RR025502.

FUNDING INFORMATION

This work, including the efforts of Rachel A Miller, was funded by USDA
NIFA (2016-67011-24714). This work, including the efforts of Martin
Wiedmann, was funded by USDA NIFA (NYC-143436). The Cornell Bio-

10 mBio® mbio.asm.org

Imaging Facility is funded by HHS | National Institutes of Health (NIH)
(1SI0RR025502).

REFERENCES

1. Gargi A, Reno M, Blanke SR. 2012. Bacterial toxin modulation of the
eukaryotic cell cycle: are all cytolethal distending toxins created equally?
Front Cell Infect Microbiol 2:124. http://dx.doi.org/10.3389/
fcimb.2012.00124.

2. Spand S, Ugalde JE, Galan JE. 2008. Delivery of a Salmonella typhi
exotoxin from a host intracellular compartment. Cell Host Microbe
3:30-38. http://dx.doi.org/10.1016/j.chom.2007.11.001.

3. Jinadasa RN, Bloom SE, Weiss RS, Duhamel GE. 2011. Cytolethal
distending toxin: a conserved bacterial genotoxin that blocks cell cycle
progression, leading to apoptosis of a broad range of mammalian cell
lineages. Microbiology 157:1851-1875. http://dx.doi.org/10.1099/
mic.0.049536-0.

4. Guerra L, Cortes-Bratti X, Guidi R, Frisan T. 2011. The biology of the
cytolethal distending toxins. Toxins 3:172-190. http://dx.doi.org/
10.3390/toxins3030172.

5. DiRienzo JM. 2014. Uptake and processing of the cytolethal distending
toxin by mammalian cells. Toxins 6:3098-3116. http://dx.doi.org/
10.3390/toxins6113098.

6. Schultz LB, Chehab NH, Malikzay A, Halazonetis TD. 2000. p53 bind-
ing protein 1 (53BP1) is an early participant in the cellular response to
DNA double-strand breaks. J Cell Biol 151:1381-1390. http://dx.doi.org/
10.1083/jcb.151.7.1381.

7. Sharma A, Singh K, Almasan A. 2012. Histone H2AX phosphorylation:
a marker for DNA damage. Methods Mol Biol 920:613—626. http://
dx.doi.org/10.1007/978-1-61779-998-3_40.

8. Del Bel Belluz LDB, Guidi R, Pateras IS, Levi L, Mihaljevic B, Rouf SF,
Wrande M, Candela M, Turroni S, Nastasi C, Consolandi C, Peano C,
Tebaldi T, Viero G, Gorgoulis VG, Krejsgaard T, Rhen M, Frisan T.
2016. The typhoid toxin promotes host survival and the establishment of
a persistent asymptomatic infection. PLoS Pathog 12:e1005528. http://
dx.doi.org/10.1371/journal.ppat.1005528.

9. Ge Z, Feng Y, Whary MT, Nambiar PR, Xu S, Ng V, Taylor NS, Fox JG.
2005. Cytolethal distending toxin is essential for Helicobacter hepaticus
colonization in outbred Swiss Webster mice. Infect Immun 73:
3559-3567. http://dx.doi.org/10.1128/IA1.73.6.3559-3567.2005.

10. Ge Z, Rogers AB, Feng Y, Lee A, Xu S, Taylor NS, Fox JG. 2007.
Bacterial cytolethal distending toxin promotes the development of dyspla-
sia in a model of microbially induced hepatocarcinogenesis. Cell Micro-
biol 9:2070-2080. http://dx.doi.org/10.1111/j.1462-5822.2007.00939.x.

11. Nesi¢ D, Hsu Y, Stebbins CE. 2004. Assembly and function of a bacterial
genotoxin. Nature 429:429 —433. http://dx.doi.org/10.1038/nature02532.

12. Song J, Gao X, Galan JE. 2013. Structure and function of the Salmonella
typhi chimaeric A2B5 typhoid toxin. Nature 499:350-354. http://
dx.doi.org/10.1038/nature12377.

13. Locht C, Coutte L, Mielcarek N. 2011. The ins and outs of pertussis toxin.
FEBS ] 278:4668—-4682. http://dx.doi.org/10.1111/j.1742-4658.2011
.08237.x.

14. Paton AW, Paton JC. 2010. Escherichia coli subtilase cytotoxin. Toxins
2:215-228. http://dx.doi.org/10.3390/toxins2020215.

15. Parkhill J, Dougan G, James KD, Thomson NR, Pickard D, Wain J,
Churcher C, Mungall KL, Bentley SD, Holden MT, Sebaihia M, Baker
S, Basham D, Brooks K, Chillingworth T, Connerton P, Cronin A,
Davis P, Davies RM, Dowd L, White N, Farrar J, Feltwell T, Hamlin N,
Haque A, Hien TT, Holroyd S, Jagels K, Krogh A, Larsen TS, Leather
S, Moule S, O’Gaora P, Parry C, Quail M, Rutherford K, Simmonds M,
Skelton J, Stevens K, Whitehead S. 2001. Complete genome sequence of
a multiple drug resistant Salmonella enterica serovar Typhi CT18. Nature
413:848-852. http://dx.doi.org/10.1038/35101607.

16. Haghjoo E, Galan JE. 2004. Salmonella typhi encodes a functional cyto-
lethal distending toxin that is delivered into host cells by a bacterial-
internalization pathway. Proc Natl Acad Sci U S A 101:4614 —4619. http://
dx.doi.org/10.1073/pnas.0400932101.

17. Scallan E, Hoekstra RM, Angulo FJ, Tauxe RV, Widdowson MA, Roy
SL, Jones JL, Griffin PM. 2011. Foodborne illness acquired in the United
States—major pathogens. Emerg Infect Dis 17:7-15. http://dx.doi.org/
10.3201/eid1701.091101p1.

18. Majowicz SE, Musto J, Scallan E, Angulo FJ, Kirk M, O’Brien SJ, Jones
TF, Fazil A, Hoekstra RM, International Collaboration on Enteric

November/December 2016 Volume 7 Issue 6 €02109-16


http://www.foodmicrobetracker.com
http://mbio.asm.org/lookup/suppl/doi:10.1128/mBio.02109-16/-/DCSupplemental
http://mbio.asm.org/lookup/suppl/doi:10.1128/mBio.02109-16/-/DCSupplemental
http://dx.doi.org/10.3389/fcimb.2012.00124
http://dx.doi.org/10.3389/fcimb.2012.00124
http://dx.doi.org/10.1016/j.chom.2007.11.001
http://dx.doi.org/10.1099/mic.0.049536-0
http://dx.doi.org/10.1099/mic.0.049536-0
http://dx.doi.org/10.3390/toxins3030172
http://dx.doi.org/10.3390/toxins3030172
http://dx.doi.org/10.3390/toxins6113098
http://dx.doi.org/10.3390/toxins6113098
http://dx.doi.org/10.1083/jcb.151.7.1381
http://dx.doi.org/10.1083/jcb.151.7.1381
http://dx.doi.org/10.1007/978-1-61779-998-3_40
http://dx.doi.org/10.1007/978-1-61779-998-3_40
http://dx.doi.org/10.1371/journal.ppat.1005528
http://dx.doi.org/10.1371/journal.ppat.1005528
http://dx.doi.org/10.1128/IAI.73.6.3559-3567.2005
http://dx.doi.org/10.1111/j.1462-5822.2007.00939.x
http://dx.doi.org/10.1038/nature02532
http://dx.doi.org/10.1038/nature12377
http://dx.doi.org/10.1038/nature12377
http://dx.doi.org/10.1111/j.1742-4658.2011.08237.x
http://dx.doi.org/10.1111/j.1742-4658.2011.08237.x
http://dx.doi.org/10.3390/toxins2020215
http://dx.doi.org/10.1038/35101607
http://dx.doi.org/10.1073/pnas.0400932101
http://dx.doi.org/10.1073/pnas.0400932101
http://dx.doi.org/10.3201/eid1701.091101p1
http://dx.doi.org/10.3201/eid1701.091101p1
mbio.asm.org

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

Disease “Burden of Illness” Studies. 2010. The global burden of nonty-
phoidal Salmonella gastroenteritis. Clin Infect Dis 50:882—889. http://
dx.doi.org/10.1086/650733.

Jones TF, Ingram LA, Cieslak PR, Vugia DJ, Tobin-D’Angelo M, Hurd
S, Medus C, Cronquist A, Angulo FJ. 2008. Salmonellosis outcomes
differ substantially by serotype. J Infect Dis 198:109-114. http://
dx.doi.org/10.1086/588823.

Suez J, Porwollik S, Dagan A, Marzel A, Schorr YI, Desai PT, Agmon V,
McClelland M, Rahav G, Gal-Mor O. 2013. Virulence gene profiling and
pathogenicity characterization of non-typhoidal Salmonella accounted
for invasive disease in humans. PLoS One 8:e58449. http://dx.doi.org/
10.1371/journal.pone.0058449.

Sabbagh SC, Forest CG, Lepage C, Leclerc JM, Daigle F. 2010. So similar,
yet so different: uncovering distinctive features in the genomes of Salmo-
nella enterica serovars Typhimurium and Typhi. FEMS Microbiol Lett
305:1-13. http://dx.doi.org/10.1111/j.1574-6968.2010.01904.x.

den Bakker HC, Moreno Switt AIM, Govoni G, Cummings CA, Ranieri
ML, Degoricija L, Hoelzer K, Rodriguez-Rivera LD, Brown S, Bolcha-
cova E, Furtado MR, Wiedmann M. 2011. Genome sequencing reveals
diversification of virulence factor content and possible host adaptation in
distinct subpopulations of Salmonella enterica. BMC Genomics 12:425.
http://dx.doi.org/10.1186/1471-2164-12-425.

Williams K, Gokulan K, Shelman D, Akiyama T, Khan A, Khare S. 2015.
Cytotoxic mechanism of cytolethal distending toxin in nontyphoidal sal-
monella serovar (Salmonella javiana) during macrophage infection. DNA
Cell Biol 34:113-124. http://dx.doi.org/10.1089/dna.2014.2602.

Mezal EH, Bae D, Khan AA. 2014. Detection and functionality of the
CdtB, PItA, and PItB from Salmonella enterica serovar Javiana. Pathog Dis
72:95-103. http://dx.doi.org/10.1111/2049-632X.12191.
Rodriguez-Rivera LD, Bowen BM, den Bakker HC, Duhamel GE, Wied-
mann M. 2015. Characterization of the cytolethal distending toxin (ty-
phoid toxin) in non-typhoidal Salmonella serovars. Gut Pathog 7:19.
http://dx.doi.org/10.1186/s13099-015-0065-1.

Achtman M, Wain J, Weill FX, Nair S, Zhou Z, Sangal V, Krauland
MG, Hale JL, Harbottle H, Uesbeck A, Dougan G, Harrison LH, Brisse
S, S. enterica MLST Study Group. 2012. Multilocus sequence typing as a
replacement for serotyping in Salmonella enterica. PLoS Pathog
8:1002776. http://dx.doi.org/10.1371/journal.ppat.1002776.

Toller IM, Neelsen K]J, Steger M, Hartung ML, Hottiger MO, Stucki M,
Kalali B, Gerhard M, Sartori AA, Lopes M, Muller A. 2011. Carcinogenic
bacterial pathogen Helicobacter pylori triggers DNA double-strand
breaks and a DNA damage response in its host cells. Proc Natl Acad Sci
U S A 108:14944-14949. http://dx.doi.org/10.1073/pnas.1100959108.
Fedor Y, Vignard J, Nicolau-Travers ML, Boutet-Robinet E, Watrin C,
Salles B, Mirey G. 2013. From single-strand breaks to double-strand
breaks during S-phase: a new mode of action of the Escherichia coli cyto-
lethal distending toxin. Cell Microbiol 15:1-15. http://dx.doi.org/
10.1111/cmi.12028.

Mochan TA, Venere M, DiTullio RA, Halazonetis TD. 2004. 53BP1, an
activator of ATM in response to DNA damage. DNA Repair 3:945-952.
http://dx.doi.org/10.1016/j.dnarep.2004.03.017.

Johnson WM, Lior H. 1987. Response of Chinese hamster ovary cells to a
cytolethal distending toxin (CDT) of Escherichia coli and possible misin-
terpretation as heat-labile (LT) enterotoxin. FEMS Microbiol Lett 43:
19-23. http://dx.doi.org/10.1111/j.1574-6968.1987.tb02091.x.

Johnson WM, Lior H. 1988. A new heat-labile cytolethal distending toxin
(CLDT) produced by Escherichia coli isolates from clinical material. Microb
Pathog 4:103-113. http://dx.doi.org/10.1016/0882-4010(88)90052-6.

November/December 2016 Volume 7 Issue 6 €02109-16

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43,

44.

45.

46.

47.

Cytolethal Distending Toxin in Nontyphoidal Salmonella

Connor BA, Riddle MS. 2013. Post-infectious sequelae of travelers’ diar-
rhea. J Travel Med 20:303-312. http://dx.doi.org/10.1111/jtm.12049.

de Jong HK, Parry CM, van der Poll T, Wiersinga WJ. 2012. Host-
pathogen interaction in invasive salmonellosis. PLoS Pathog 8:¢1002933.
http://dx.doi.org/10.1371/journal.ppat.1002933.

Gustafsson C, Govindarajan S, Minshull J. 2004. Codon bias and heter-
ologous protein expression. Trends Biotechnol 22:346-353. http://
dx.doi.org/10.1016/j.tibtech.2004.04.006.

Guidi R, Levi L, Rouf SF, Puiac S, Rhen M, Frisan T. 2013. Salmonella
enterica delivers its genotoxin through outer membrane vesicles secreted
from infected cells. Cell Microbiol 15:2034-2050. http://dx.doi.org/
10.1111/cmi.12172.

Ackermann M, Stecher B, Freed NE, Songhet P, Hardt WD, Doebeli M.
2008. Self-destructive cooperation mediated by phenotypic noise. Nature
454:987-990. http://dx.doi.org/10.1038/nature07067.

Fink SL, Cookson BT. 2007. Pyroptosis and host cell death responses
during Salmonella infection. Cell Microbiol 9:2562-2570. http://
dx.doi.org/10.1111/j.1462-5822.2007.01036.x.

Boise LH, Collins CM. 2001. Salmonella-induced cell death: apoptosis,
necrosis or programmed cell death? Trends Microbiol 9:64—67. http://
dx.doi.org/10.1016/S0966-842X(00)01937-5.

Knodler LA, Finlay BB, Steele-Mortimer O. 2005. The Salmonella effec-
tor protein SopB protects epithelial cells from apoptosis by sustained ac-
tivation of Akt. J Biol Chem 280:9058-9064. http://dx.doi.org/10.1074/
jbc.M412588200.

AbuOun M, Manning G, Cawthraw SA, Ridley A, Ahmed IH, Wasse-
naar TM, Newell DG. 2005. Cytolethal distending toxin (CDT)-negative
Campylobacter jejuni strains and anti-CDT neutralizing antibodies are
induced during human infection but not during colonization in chickens.
Infect Immun 73:3053-3062. http://dx.doi.org/10.1128/IAI.73.5.3053
-3062.2005.

Datsenko KA, Wanner BL. 2000. One-step inactivation of chromosomal
genes in Escherichia coli K-12 using PCR products. Proc Natl Acad Sci
U S A 97:6640—6645. http://dx.doi.org/10.1073/pnas.120163297.

Lee CA, Falkow S. 1990. The ability of Salmonella to enter mammalian
cells is affected by bacterial growth state. Proc Natl Acad Sci U S A 87:
4304—4308. http://dx.doi.org/10.1073/pnas.87.11.4304.

Galan JE, Curtiss R. 1990. Expression of Salmonella typhimurium genes
required for invasion is regulated by changes in DNA supercoiling. Infect
Immun 58:1879-1885.

Hassan JO, Curtiss R. 1996. Effect of vaccination of hens with an avirulent
strain of Salmonella typhimurium on immunity of progeny challenged
with wild-type Salmonella strains. Infect Immun 64:938 —944.

Wersto RP, Chrest FJ, Leary JF, Morris C, Stetler-Stevenson MA,
Gabrielson E. 2001. Doublet discrimination in DNA cell-cycle analysis.
Cytometry 46:296-306. http://dx.doi.org/10.1002/cyto.1171.

Schindelin J, Arganda-Carreras I, Frise E, Kaynig V, Longair M, Pietz-
sch T, Preibisch S, Rueden C, Saalfeld S, Schmid B, Tinevez JY, White
DJ, Hartenstein V, Eliceiri K, Tomancak P, Cardona A. 2012. Fiji: an
open-source platform for biological-image analysis. Nat Methods
9:676—682. http://dx.doi.org/10.1038/nmeth.2019.

Centers for Disease Control and Prevention. 2013. National Salmonella
Surveillance Annual Report — Appendices, 2011. Centers for Disease
Control and Prevention (CDC), Atlanta, Georgia. http://www.cdc.gov/
ncezid/dfwed/PDFs/salmonella-annual-report-appendices-2011-
508c.pdf.

mBio" mbio.asm.org 11


http://dx.doi.org/10.1086/650733
http://dx.doi.org/10.1086/650733
http://dx.doi.org/10.1086/588823
http://dx.doi.org/10.1086/588823
http://dx.doi.org/10.1371/journal.pone.0058449
http://dx.doi.org/10.1371/journal.pone.0058449
http://dx.doi.org/10.1111/j.1574-6968.2010.01904.x
http://dx.doi.org/10.1186/1471-2164-12-425
http://dx.doi.org/10.1089/dna.2014.2602
http://dx.doi.org/10.1111/2049-632X.12191
http://dx.doi.org/10.1186/s13099-015-0065-1
http://dx.doi.org/10.1371/journal.ppat.1002776
http://dx.doi.org/10.1073/pnas.1100959108
http://dx.doi.org/10.1111/cmi.12028
http://dx.doi.org/10.1111/cmi.12028
http://dx.doi.org/10.1016/j.dnarep.2004.03.017
http://dx.doi.org/10.1111/j.1574-6968.1987.tb02091.x
http://dx.doi.org/10.1016/0882-4010(88)90052-6
http://dx.doi.org/10.1111/jtm.12049
http://dx.doi.org/10.1371/journal.ppat.1002933
http://dx.doi.org/10.1016/j.tibtech.2004.04.006
http://dx.doi.org/10.1016/j.tibtech.2004.04.006
http://dx.doi.org/10.1111/cmi.12172
http://dx.doi.org/10.1111/cmi.12172
http://dx.doi.org/10.1038/nature07067
http://dx.doi.org/10.1111/j.1462-5822.2007.01036.x
http://dx.doi.org/10.1111/j.1462-5822.2007.01036.x
http://dx.doi.org/10.1016/S0966-842X(00)01937-5
http://dx.doi.org/10.1016/S0966-842X(00)01937-5
http://dx.doi.org/10.1074/jbc.M412588200
http://dx.doi.org/10.1074/jbc.M412588200
http://dx.doi.org/10.1128/IAI.73.5.3053-3062.2005
http://dx.doi.org/10.1128/IAI.73.5.3053-3062.2005
http://dx.doi.org/10.1073/pnas.120163297
http://dx.doi.org/10.1073/pnas.87.11.4304
http://dx.doi.org/10.1002/cyto.1171
http://dx.doi.org/10.1038/nmeth.2019
http://www.cdc.gov/ncezid/dfwed/PDFs/salmonella-annual-report-appendices-2011-508c.pdf
http://www.cdc.gov/ncezid/dfwed/PDFs/salmonella-annual-report-appendices-2011-508c.pdf
http://www.cdc.gov/ncezid/dfwed/PDFs/salmonella-annual-report-appendices-2011-508c.pdf
mbio.asm.org

	RESULTS
	Genes encoding S-CDT are conserved among isolates of NTS serotypes Javiana, Montevideo, and Oranienburg, while for serotype Mississippi isolates, genes encoding S-CDT are clade associated. 
	pltA, pltB, and cdtB are highly conserved among NTS serotypes encoding S-CDT. 
	Infection with S-CDT-positive serotypes results in G2/M cell cycle arrest, while infection with S-CDT-negative serotypes does not. 
	S-CDT-encoding serotypes activate the DNA damage response, while S-CDT-negative or S-CDT-null serotypes do not. 
	cdtB is required for the G2/M cell cycle arrest associated with infection with S-CDT-positive serotypes. 
	S-CDT-mediated intoxication can occur via autocrine or paracrine pathways. 

	DISCUSSION
	MATERIALS AND METHODS
	Bacterial strains, human cell lines, and culturing conditions. 
	PCR screen for S-CDT genes pltA, pltB, and cdtB. 
	Sequencing of full-length pltA, pltB, and cdtB for phylogenetic comparison. 
	Seven-gene MLSTs. 
	Salmonella infection of HeLa cells. 
	Flow cytometry. 
	Immunofluorescence staining. 
	Cell-free supernatant intoxication. 
	Statistical analysis. 
	Accession number(s). 

	SUPPLEMENTAL MATERIAL
	ACKNOWLEDGMENTS
	REFERENCES

