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Abstract

Background: Shigella dysenteriae type 1 (Sd1) causes recurrent epidemics of dysentery associated with high
mortality in many regions of the world. Sd1 infects humans at very low infectious doses (10 CFU), and treatment is
complicated by the rapid emergence of antibiotic resistant Sd1 strains. Sd1 is only detected in the context of
human infections, and the circumstances under which epidemics emerge and regress remain unknown.

Results: Phylogenomic analyses of 56 isolates collected worldwide over the past 60 years indicate that the Sd1
clone responsible for the recent pandemics emerged at the turn of the 20th century, and that the two world wars
likely played a pivotal role for its dissemination. Several lineages remain ubiquitous and their phylogeny indicates
several recent intercontinental transfers. Our comparative genomics analysis reveals that isolates responsible for
separate outbreaks, though closely related to one another, have independently accumulated antibiotic resistance
genes, suggesting that there is little or no selection to retain these genes in-between outbreaks. The genomes
appear to be subjected to genetic drift that affects a number of functions currently used by diagnostic tools to
identify Sd1, which could lead to the potential failure of such tools.

Conclusions: Taken together, the Sd1 population structure and pattern of evolution suggest a recent emergence
and a possible human carrier state that could play an important role in the epidemic pattern of infections of this
human-specific pathogen. This analysis highlights the important role of whole-genome sequencing in studying
pathogens for which epidemiological or laboratory investigations are particularly challenging.
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Background
Dysentery caused by Shigella dysenteriae type 1 (Sd1) is
a recurrent challenge in many parts of the world. Epi-
demics of this disease are associated with a high rate of
mortality in young children [1]. Treatment is compli-
cated by the rapid emergence of Sd1 strains resistant to
the newest antibiotics [2]. No vaccine protective against
Sd1 is currently available, but efforts to create one are
underway [1,3]. Sd1 was first identified in Japan at the
end of the 19th century, during a pandemic that killed
thousands [4,5]. The most recent pandemics took place
in Central America between 1968 and 1972, South Asia
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in the mid 1970s, Central Africa and South East Asia in
the 1980s, and East Africa in the 1990s [3]. Intermittent
outbreaks still hit these regions, such as Guatemala in
1991 [6] and Cameroon in 1998 [7]. Typically, deterio-
rated hygiene conditions and overcrowding contribute
to the occurrence of outbreaks. The spread of Sd1 infec-
tion is correlated with human activity and population
density rather than water, which has been associated with
outbreaks of other types of Shigella [8]; however, the
specific circumstances under which epidemics emerge
are not understood. Between outbreaks, few sporadic
cases, if any, are documented. Humans are the only
known hosts, and no natural reservoir has ever been
identified. Sd1 is transmitted through the fecal-oral
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route, by direct contact with an infected person or by
contamination of food or surfaces [5].
Genomic analyses have revealed that Sd1 descends

from an Escherichia coli strain that gained the ability to
colonize the mucosal epithelium cells of the large intestine
[9-11]. This phenotype is made possible by functions
encoded on an invasion plasmid and on the chromosome,
and it is enhanced by the loss of some functions inherited
from the ancestral E. coli [12]. In addition to being the
deadliest Shigella strain, Sd1 distinguishes itself from other
Shigella by its atypical invasion plasmid, which is a com-
bination of the two known variants, pINVA and pINVB
[13], and by the production of the Stx1 toxin that is also
produced by multiple virulent E. coli. Sd1 is the most
infectious of all Shigella strains, causing disease with an
inoculum as low as 10 CFU [14].
Studying Sd1 is made difficult by the fact that stool

samples must be immediately and properly stored and
refrigerated in order to recover viable Sd1 isolates [15].
Sd1 outbreaks often take place in already dire circum-
stances (e.g. war, natural disasters) in which its proper col-
lection, immediate refrigeration and study is problematic.
The investigation of Sd1 pathogenesis is also challenging
due to the lack of an appropriate animal model. To gain
some insight into this elusive pathogen, we investigated
the genetic diversity and population structure of 56 strains
collected in the regions that underwent the most recent
pandemics. From whole-genome analysis it appears that
the prominent Sd1 lineages emerged in the recent past
and remained ubiquitous over the 20th century. Sd1
genomes evolve with a relative high rate of substitution
and substantial horizontal transfer, and mostly without
selection. We explored the implication of this evolution
for the management and diagnosis of future outbreaks.

Results
Genomic diversity of Sd1 strains involved in major
pandemics
The genomes of 55 Sd1 strains were sequenced using
Illumina NGS Technology (see Methods) and assembled
de novo (Additional file 1). Strains originated from Central
America [16], Africa [17-19] and Asia [20-22] (Additional
file 1 and 2). This set of strains, collected from patients
over the course of outbreaks or as sporadic cases in en-
demic regions, encompasses every region in which the
main pandemics took place [3]. In addition, a strain col-
lected in Tennessee from a child with no history of travel
was sequenced. The publicly available genome of Sd197, a
strain isolated in China in 1949 [22], was included in our
analyses.
Multi-copy IS elements make up approximately 25%

of Sd1 genomes and cause frequent contig breaks dur-
ing the assembly process (Additional file 1). To assess
genetic diversity among the 56 strains, we first created
consistently annotated genomes and organized gene con-
tent by orthologous families using PGAT [23]. A total of
3,591 gene families were identified from the chromosome:
2,807 are present and functional in every strain (core gen-
ome); 784 are present or functional in only a subset of
strains (accessory genome), including 237 that were lost
(those missing in some Sd1 subclades but present in the
closest E. coli genomes) and 547 gained (present in some
Sd1 subclades but not in the E. coli relatives or inconsist-
ently distributed across phylogenetic groups) (Additional
file 3). Gene content is highly homogenous and gene order
is highly conserved among strains, as seen in contigs large
enough to reveal synteny (Additional file 1). Insertion sites
of IS elements are also conserved suggesting that most in-
sertions took place in the ancestor of all these Sd1 strains
(Additional file 1). Because the invasion plasmid (pINV),
required for Sd1 to cause disease [24], could not be fully
assembled using our method (see Methods), we were
not able to assess gene content or order; however, we
investigated single nucleotide polymorphisms (SNPs)
and found very limited variation in these strains
(Additional file 4).

Sd1 strains genetic relatedness and intercontinental
distribution
To investigate the relatedness between the 56 Sd1 strains,
we built a phylogenetic tree that included a subset of
E. coli genomes and genomes of other Shigella species
(Additional file 5). Using PGAT [23], we identified a
set of 1,859 genes for which an ortholog was present
as a single copy in every genome included in the phylo-
genetic analysis (Additional file 6). Nucleotide alignments
were generated for each gene family from which a total
78,266 SNPs were extracted. The maximum likelihood
tree in Figure 1a shows that all Sd1 strains (framed in
orange) are closely related and form a clade separate
from E. coli and other Shigella species. The overall tree
topology is the same as previously published [11]. The
branch leading to the Sd1 strains is longer than the
others, suggesting that this lineage was subjected to a
higher rate of substitution or a higher rate of gene recom-
bination than its E. coli and Shigella relatives. Although re-
combination events do not influence the topology of the
species phylogenetic tree [11,25], recombination is known
to take place in E. coli genomes, and to contribute to se-
quence divergence. Hence, to assess the role of recombin-
ation in the evolution of Sd1 ancestral genome, we
estimated the number of SNPs in the alignment that were
due to recombination for each genome (see Methods). For
the 1,859 genes used to build the phylogeny, all Shigella
genomes exhibit a higher rate of recombination compared
to E. coli genomes (Additional file 7). However, the extent
of recombination overall might be underestimated for the
E. coli genomes because the genes identified as hot spots
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Figure 1 Shigella dysenteriae type 1 phylogeny. a. Maximum likelihood phylogeny of the 56 Shigella dysenteriae type 1 strains, relative to
E. coli K12, O157, O55, Shigella flexneri and Shigella sonnei. The root of the tree was determined using the more distant relative E. coli UTI89. The
tree was constructed using 78,267 variable positions found over 1,859 genes with 1,000 Bootstrap repetitions (values displayed on the branches).
Sd1 strains are framed in orange. A neighbor-joining tree based on the rate of synonymous substitutions (dS) between each pair showed the
same topology as the maximum likelihood tree, with similar relative branch lengths (data not shown). b. Maximum likelihood phylogeny based
on a concatenation of the 919 polymorphic positions identified between the 56 Shigella dysenteriae type 1 strains in the common genes that are
single-copy and not subjected to recombination (see Methods). The root (E. coli ancestor) was approximately placed based on the E. coli
outgroups (Figure 1a). Geographic distribution of lineages or sub-lineages: A. Tennessee, B. China, C1. Guatemala, C2. Zambia, C3. Cameroon and
an unknown location, D1. Bangladesh, D2. Central African Republic, D3. Bangladesh, D4. Bangladesh and India, D5. Bangladesh and D6. India
and Thailand.
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for recombination in E. coli are part of the accessory gen-
ome, hence not included in the set of 1,859 genes [25].
The number of SNPs predicted to be the result of recom-
bination in Shigella sonnei and Shigella flexneri genomes
is higher than the number of SNPs in the genome of Shi-
gella dysenteriae (4,510, 6,308 and 3,011 respectively).
This suggests that the greater length of the branch ob-
served for Sd1 in the phylogenetic tree (Figure 1a) com-
pared to the other branches in the tree is not only due
to recombination events, but also to a higher substitu-
tion rate compared to the other Shigella subspecies and
E. coli.
Phylogenetic relationships between Sd1 strains were

reconstructed in more detail based on the 919 SNPs found
within the Sd1 core genome (Methods). Only 689 genes
out of the 2,807 Sd1 core genes were polymorphic across
these strains due to mutations, and no trace of recombin-
ation could be found in the individual Sd1 strains, suggest-
ing that no recombination event took place after their
divergence from the common ancestor. The maximum
likelihood tree (Figure 1b) shows that four lineages arose
almost simultaneously from one unique ancestor. Lineage
A is solely represented by BS506, a strain that was not as-
sociated with an outbreak (Tennessee, 1994) and lineage
B by Sd197 (collected in China over the course of an
epidemic, 1949). Lineages D and C co-exist in different
parts of the world. For example, strains in lineage D are
from India, Bangladesh, Thailand and Central African
Republic, suggesting that strains moved around the
world rapidly and recently.

Recent emergence of the clone responsible for the latest
pandemics and multiple intercontinental transfers
The paucity of SNPs and the lack of observed recombin-
ation events among Sd1 genomes suggest that the com-
mon ancestor to all these strains is very recent. Overall
the genetic distance between the root and the Sd1
strains is consistent with the dates on which each strain
was collected (R2 = 0.445, Additional file 8), providing a
temporal signature of evolution. Using a Bayesian ap-
proach [26], we estimated the age of the most recent
common Sd1 ancestor based on the concatenation of
the 919 polymorphisms (Methods, Additional file 9).
We selected the model that yielded the best AICM value
[27]: the Gaussian Markov random field skyride model,
assuming a lognormal relaxed clock and the GTR sub-
stitution model [28] (Methods, Additional file 10). This
model allows for variation of the substitution rate
across the different branches of the tree. The resulting
mean substitution rate is 1.61E-03 substitutions per site
per year, over the 919 polymorphic positions. The 919
polymorphic positions were detected across 2,807 core
genes representing 2,270,268 bp (sum of the length of
the 2,807 genes). Based on these sequences, the rate of
substitution genome-wide is about 6.52E-07 (95% HDP:
4.61E-07 - 8.42E-07). This is slightly higher than Shi-
gella sonnei for which a rate of 6.0 × 10−07 substitutions
per site per year has been calculated [29]. According to
this model, lineages C and D seem to have emerged
around the 1940s and 1950s respectively (Additional
file 10) and subsequently spread worldwide. The most
recent common ancestor of lineages D1 (Bangladesh)
and D2 (Central African Republic) dates from 1972
(95% HDP: 1960–1985), implying a recent intercon-
tinental transfer. Similarly, the most recent common
ancestor of strain C2 from Zambia and the strains
collected in Guatemala likely dates from the beginning
of the 1960s (1961, 95% HDP: 1952–1967), a mere eight
years before the major outbreak that plagued Guatemala
affecting over 100,000 people and killing more than
10,000 of them [6,16]. This suggests another recent
transfer from Africa to Central America, followed al-
most immediately by a vast clonal expansion. A rapid
clonal expansion is also observed in all the subclades
of lineage D, where the most recent common an-
cestors seem to pre-date the strains collected for the
subclade by less than 10 years. The ancestor of all Sd1
strains in our collection spread across the world
around the beginning of the 20th century (1924 95%
HDP: 1900–1942). Consistent with this timeframe,
previous research on Shigella invasion plasmids con-
cluded that Sd1 appeared more recently than the other
Shigella dysenteriae serotypes and Shigella species [13].
It is conceivable that this Sd1 clone spread worldwide
as an aftermath of World War I (1914–1918), a period
of unusually high intercontinental transfer of people,
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troops and displaced populations, and conditions very
favorable for outbreaks: high population density and
poor hygiene conditions.
While no Sd1 cases were reported between the 1970s

and 1990s in Guatemala, the clone that caused the 1991
outbreak is the direct descendant of the major 1970s
outbreak (lineage C1). The lack of genetic diversity
among the 1991 strains, which were collected at two dif-
ferent sites in Guatemala, indicates that only one clone
was responsible for the entire 1991 outbreak (dated by
BEAST from 1987, 95% HDP: 1984–1990). This clone
has accumulated additional mutations compared to its
close relatives collected in the 1970s, as illustrated by
the relatively long branch in the tree (Figure 1b). Hence,
it seems that Sd1 replicated at a high rate over 20 years
despite no cases being reported. In lineage D5, the strain
(RA98 - Bangladesh) dating from 1984 is substantially
closer to the root than the other strains (dating from
2000s) and was collected during an outbreak, while the
more recent strains were reported as sporadic cases. This
data suggest that after an outbreak, the strain is main-
tained in the population and is only sporadically detected.

Genetic drift responsible for most gene loss and
mutations
Several scenarios could explain the observed predom-
inance of two lineages in the most recent pandemics.
Lineages with mutations or gene losses promoting fit-
ness in the host (such as those conferring antibiotic
resistance) may expand and replace previously existing
clones. For example, a clone of Salmonella enterica
Typhi carrying a mutation that confers resistance to
fluoroquinolones has recently expanded within Southern
Asia and may replace the existing clones there [30-32]. If
mutations are selected for the advantage they confer or
against their detrimental effect, the distribution of genes
that are mutated or lost across functional categories is
likely to be non-random. Alternatively, genes gained may
favor clonal expansion and dissemination, as it has been
observed with multiple drug resistance clones of Shigella
sonnei and chloramphenicol-resistant Salmonella enterica
serovar Typhimurium clones [29,33]. In Sd1 genomes, the
distribution of non-synonymous substitutions, found
in 429 genes (Additional file 9), and most gene loss
(Additional file 3) across functional categories is com-
parable to the distribution of all genes in the pan-
genome across categories, R2 = 0.9523 and R2 = 0.8276
respectively (Figure 2a,b). This indicates that no group
of function in particular is targeted by selection, and
therefore Sd1 genomes seem to evolve mostly by genetic
drift. The lack of selection on Sd1 genomes is further
supported by the overall dN/dS ratio between each pair of
genomes (non-synonymous substitution rate/synonymous
substitution rate): all pairwise comparisons yield a ratio
close to 1 (Additional file 8), indicating a random accu-
mulation of mutations after the expansion of the ori-
ginal Sd1 clone.
Advantageous mutations are detected in a few subclades.

For example, a mutation in ParC (S-80-I) [34,35] which
confers resistance to quinolones is found in subclade D4
(Bangladesh, and India, 1984 to 2003). Interestingly, al-
though Sd1 cases were treated with fluoroquinolones in
Bangladesh over that period of time [36], this resistant
clone has not replaced the susceptible ones (D1, D3, D5
and D6). Furthermore, genes involved in lipid metabol-
ism are lost at a higher rate than expected (Fisher exact
test p-value = 0.0018). The inability to synthesize some
lipids could alter the cell surface, perhaps hindering cell
surface recognition by the host immune system [37].
Unfortunately, the impact on the cell surface of these
losses cannot be determined solely based on the genes’
annotation.
The distribution of genes lost across the 56 strains

(Figure 3) emphasizes the fact that genetic drift affects
functions from all metabolic categories. As a consequence,
phenotypes such as ability to metabolize some sugars or
synthesize certain amino-acids may vary across strains.
Since isolation and identification of bacterial strains often
relies on this type of phenotypes, it is possible that in the
future some diagnostic methods, used to detect Sd1 [15]
may be compromised if they do not rely on additional
components.

Adaptation through gene gain: repeated acquisition of
antibiotic resistance
The 547 genes gained by one or more strains are carried
on phages or plasmids (Additional file 3). In total, 199
genes with an analogous function were independently
gained by strains that are evolutionarily distant from
each other. Figure 4a illustrates the pattern of acquisition
of these genes (y axis) across different lineages (x axis),
and a description of all accessory genes and their distri-
bution across strains can be found in Additional file 3,
and their nucleotide sequences in Additional file 11.
Approximately 33% have functions associated with mo-
bile elements, such as tra genes, phage integrases, plasmid
replication and partition (see below), while the others may
bring new functions, such as antibiotic resistance. The
observed independent and repeated gains suggest that
these genes may confer a survival or fitness advantage.
For example, a chloramphenicol resistance gene has been
acquired at least five times in lineages C and D, and
tetracycline resistance genes at least four. A gene cluster
that confers resistance to tetracycline, and the trans-
poson Tn21 carrying resistance genes to chlorampheni-
col, mercury and β-lactams (blaOXA-1) have been gained
conjointly at least twice in lineage C, on two different
plasmids. The plasmid in lineage C1 is very similar to
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Figure 2 Similarity of genes distributions across COG functional categories. a. Distribution of genes in COG functional categories for the
entire pan-genome, the genes that were lost in some strains and the genes modified by non-synonymous substitutions (expressed in percentage
of genes in each group versus total number of genes). Genes for whom no function could be assigned were left out (lost: 17.18%, non-synonymous:
7.92%, pan-genome: 18.75%). b. Genes lost and genes modified with non-synonymous substitutions tend to distribute across functional categories in a
similar fashion as genes overall (Pearson correlation = 0.9097 and 0.9758 respectively) indicating that the loss or modification of genes are selected at
random. Only one functional category contains more lost genes than expected: lipid metabolism. In contrast, the functions of genes that were gained
do not reflect the distribution of genes overall across functional categories (Pearson correlation = 0.5087) (data not shown).
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R100 from Shigella flexneri 2b (NC_002134.1), while
the plasmid in lineage C3 has an IncB backbone and re-
sembles Escherichia coli HUSEC41 plasmid pHUSEC41-1
[38]. In lineage D, the genomes in subclades D1, D3, D4
and D5 also carry the tetracycline and chloramphenicol
resistance genes. Those genes were found on an element
very similar to a portion of the Shigella Resistance Locus
pathogenicity island of the Shigella flexneri 2a [39]
(AF326777.3). It is inserted at the Ser tRNA (codon UCC)
locus. This element also contains CP4-associated pro-
phage genes, a potential haemolysin, an anaerobic decarb-
oxylate transporter and an aspartate racemase potentially
involved in cell envelope/outer membrane biogenesis.
Subclade D2 genomes also contain the antibiotic resist-
ance genes, as well as some of the CP4 proteins, but lack
the haemolysin. These genes in subclade D2 are carried
Figure 3 Distribution across COG categories of the genes lost. Genes
available are represented in this heatmap, color-coded by the type of gene
the maximum likelihood tree from Figure 1b.
on a plasmid of undetermined origin. Subclade D6, which
diverged before the other subclades in lineage D, only car-
ries the tetracycline resistance genes, but the assemblies
did not unambiguously determine their positions in these
genomes. Neither the strain from lineage A (BS506 from
Tennessee), nor the strain from lineage B (Sd197, from
China), contains any of these resistance genes. We identi-
fied additional antibiotic resistance genes (Figure 4b)
whose distribution was also inconsistent with phylogeny.
For example, three antibiotic resistance genes (strA, strB,
sulII) are found in all but one strain of clade D. In these
strains, these resistance genes are carried by a plasmid
(pSFxv_3) previously identified in Shigella flexneri strain
2002017, an epidemic pathogen in China [40]. The same
three genes are found in two strains from the 1991
Guatemala outbreak (91H1C9 and 91R15), on a different
that are lost in some strains for which a COG functional category is
tic change resulting in the loss. The dendrogram is the topology of



Figure 4 Distribution across genomes of the genes gained over the course of Sd1 evolution. a. Distribution of genes gained based on
their presence and absence in the genomes contributing to the pan-genome. The dendrogram is the topology of the maximum likelihood tree
from Figure 1b. b. Distribution across genomes of the acquired genes identified as conferring antibiotic resistance. Antibiotic resistance genes
were identified by sequence comparison (blast) with the Antibiotic Resistance Database (ARDB). The dendrogram is the topology of the
maximum likelihood tree from Figure 1b.
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plasmid that is a composite of different plasmid pieces
found in Enterobacteriaceae. Since the most recent
common ancestor for subclade C1 is dated from 3 years
prior to the outbreak, the acquisition of this mobile
element occurred soon after the beginning of the out-
break, and was thereafter rapidly selected. Hence, it ap-
pears that Sd1 strains recurrently overcome antibiotic
treatments through the acquisition by their genomes of
mobile elements carrying resistance genes.
Discussion
The Sd1 strains collected over the course of several
outbreaks are genetically close to each other. They are
distributed in four clades, of which two are prominent
in regions where the latest pandemics broke out. These
two clades appeared during the 1940s-1950s, while the
most recent common ancestor for all the strains in our
collection likely emerged in the 1920s. It is possible that
the spread of these clones is the result of the two world
wars of the 20th century. The two conflicts provided
ideal conditions for outbreaks and allowed for worldwide
dissemination of Sd1 clones through massive population
movements. Our data indicates that further intercontinen-
tal transmission occurred between Asia and Africa (in the
1950s for lineage D) and potentially between Africa and
Central America (in the 1960s for lineage C). This lack
of consistency between phylogeny and geography dem-
onstrates the ability of Sd1 to be transferred from one
continent to another and immediately cause outbreaks
there. This could suggest that Sd1 has a different mode
of transmission than some other bacterial pathogens
causing pandemics, such as Mycobacterium tuberculosis
[41], Shigella sonnei [29], Neisseria meningitidis [42] and
Yersinia pestis [43], whose respective phylogenies are
more consistent with their geographical distribution of
isolates. Based on the branch lengths in the tree and the
rate given by BEAST, Sd1 genomes sustain a relatively
high rate of substitution compared to the genomes of
E. coli and other Shigella species. The majority of substi-
tutions observed in the two main clades do not appear to
have been subjected to selection over the last 60 years.
Genetic drift, an accelerated rate of mutation and lack of
consistency between phylogeny and geography has already
been observed for the enteric human-specific pathogen
Salmonella enterica serovar Typhi [32]. This pattern
has been attributed to this pathogen’s maintenance and
transmission by asymptomatic chronic carriers [32]. It is
tempting to speculate that similar to Salmonella enterica
serovar Typhi, Sd1 could remain carried for a relatively
long time by individuals that may not display the severe
symptoms associated with disease, such as adults with sig-
nificant protective immunity and/or resistance to severe
disease. This could explain why sporadic cases of Sd1 are
observed between outbreaks, such as in Bangladesh, and
why Sd1 seemingly disappears from a region only to cause
a new outbreak 20 years later, e.g., in Guatemala [6] or
India [44]. Such a mode of transmission and maintenance
would also explain the multiple intercontinental transfers,
quickly followed by an outbreak. Fluoroquinolones are
heavily used in South-East Asia to treat Sd1, and therefore
constitute a strong selective pressure in the evolution of
Sd1 in this region. But subclade D4 (fluoroquinolone re-
sistant), which includes isolates from the 1980s and the
2000s, has not replaced the susceptible clones causing
outbreaks in the region. This lack of clonal replacement
is also consistent with the constraints associated with
human asymptomatic carriers on the spread of Sd1.
Long-term carriers of Shigella, including one Sd1 nearly
asymptomatic carrier, have already been reported [45].
In this study, Sd1 could not be consistently detected in
the feces of the carrier [45].
Acquisition of antibiotic resistance genes through hori-

zontal transfer is frequent, as illustrated by the numerous
independent gains of tetracycline and chloramphenicol
resistance genes in lineages D and C, through different
mechanisms. This suggests that although the genome
evolution is neutral over the long-term, strains that
carry the genes enabling them to defeat the antibiotic
treatments are favored during an outbreak. In the case
of a pathogen with a human carrier state, short-term selec-
tion and long-term neutrality are not mutually exclusive.
Over the course of an outbreak, strains that acquire resist-
ance genes may be rapidly selected, and appear overrepre-
sented, but these are not necessarily the strains that will
be maintained through the human carrier state [32]. This
is especially plausible if the carrier did not exhibit the
usual severe symptoms, in which case no selective pres-
sure through antibiotic treatment would take place.
Genetic drift affects functions from all metabolic cat-

egories. This may result in a rapid divergence of bio-
chemical phenotypes used by diagnostic tools: varying
cell surface composition may interfere with serotyping
and variation in sugar fermentation and amino-acid
synthesis abilities may invalidate detection methods for
Sd1 based on bacterial cell culture [15]. Hence, such
methods may not be totally efficient at detecting Sd1
in individuals, whether they present symptoms or not.
A combination of tools to monitor the presence of Sd1
may therefore be preferable to ensure that Sd1 is con-
sistently detected and to prevent future outbreaks.
The ability of Sd1 to gain and retain genes and the

possible existence of a carrier state may make it diffi-
cult to eradicate. It is likely that a combination of fac-
tors is responsible for the onset of outbreaks, such as a
sudden deterioration of living conditions, caused by a
war or a disaster, a change in a human carrier causing
excretion of the pathogen, e.g. micronutrient deficiency
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or the disruption of the intestinal microbiome [46], or
the interaction between the carrier of the Sd1 strain
and an immunologically naive population.
Although no Sd1 outbreak has been reported since the

early 2000s, we cannot rule out Sd1 re-emergence, par-
ticularly in the setting of war or famine. In conclusion, a
comparative genomic analysis of a variety of strains from
different locales over the last 60 years indicates a possible
mechanism for epidemic emergence of this important hu-
man pathogen and suggests that comparative genomic ap-
proaches are particularly helpful to investigate pathogens
whose lifecycle is elusive and for which no environmental
reservoir is known.
Conclusions
This study illustrates the important role of phyloge-
nomic and comparative genomics analyses based on
whole-genome sequencing for studying human-specific
pathogens. Results of these analyses point to long-term
human carriers as means of Shigella dysenteriae type
1’s maintenance and dissemination, and provide justifi-
cation for a detailed epidemiological investigation, par-
ticularly where Sd1 has become endemic. Our analysis
of the pan-genome suggests that the ongoing neutral
evolution of Sd1 strains may result in rapid divergence
of phenotypes used by diagnostic tools and provides
data for the design of new tools, should the current ones
become compromised. Next-generation sequencing tech-
nologies facilitate the investigation of pathogens that can-
not be extensively studied in a laboratory or in the field,
and help elucidate their biological lifecycle and their
underlying epidemiology.
Methods
Bacterial strains, genome sequencing
The strains used in this work are described in Additional
file 1. Genomic DNA was isolated by alkaline lysis, and
was then sheared using a Biorupter UCD-200 (Diagenode
Inc., Denville, NJ) and end-repaired. Repaired fragments
were subjected to A-tailing using Taq DNA polymerase,
and custom “Y” adaptors produced by hybridization of
partially complimentary sequences were ligated to A-
tailed fragments using T4 DNA ligase [47]. Paired-end
libraries for each genome (insert size varying between
200 and 750 bp) were used to generate 76 bp or 100 bp
reads with the Illumina GAIIx or Illumina HiSeq 2000
(coverage > 150 reads/genomic position). Sequencing of
libraries was performed according to manufacturer’s
standards (Illumina Inc. San Diego, CA). The resulting
reads are summarized in Additional file 1 and are available
through a bioproject (accession number PRJNA186649)
at the National Center for Biotechnology Information
(NCBI).
Genome draft assembly and alignment
Reads were assembled with the Columbus module of
Velvet software v1.1 [48] using the sequence of Sd197 as
a reference (NC_007606, NC_007607 and NC_009344).
Assemblies were corrected by realigning the reads onto
the contigs with BWA and searching for discrepancies
using SAMtools [49,50]. Contigs were extended or joined
based on consistent read mappings with their mates. De-
tails for these assemblies are provided in Additional file 1.
To estimate the percentage of the genome covered by
the assembly, we aligned the draft genome to the Sd197
genome sequence using Nucmer [51] and compared the
length of the reference sequence covered by the assem-
bly with the length of the reference sequence covered
by sequencing reads (aligned using BWA [49]). The in-
vasion plasmid (pINV) was not assembled, due to low
sequence read coverage and a large number of repeats
in the plasmid sequence. SNPs in single copy protein
coding genes on pINV were identified by aligning se-
quence reads for each strain onto the complete se-
quence of pINV from Sd197 and searching for
discrepancies, as described for assembly correction
above. Details for these SNPs are provided in Additional
file 4. Seven genomes had too little coverage of pINV to
determine variants.

Sequence annotation
Genomes were annotated using PGAT as described pre-
viously [23]. Briefly, we grouped genes belonging to 75
E. coli and Shigella genomes by orthologous gene family
(based on at least 96% homology and 80% coverage of the
total gene sequence). The list of the 75 genomes is pro-
vided in Additional file 5. In a few cases, genes present in
multiple copies in some genomes were assigned to the
same orthologous family. Thirty-six of these genomes
were complete and annotated. For each Sd1 draft genome,
genes were identified by searching the 6-frame translation
of the assembly with protein sequences of a representative
for each orthologous gene family. Genes inactivated by
non-sense mutations, indels causing a frameshift, or par-
tial deletion were also detected through the 6-frame trans-
lation search. ORFs were predicted using Prodigal [52] in
regions where no previously known genes were detected.
When available, gene annotation from previously anno-
tated genomes was transferred to the new genomes. Genes
for which no annotation was available were annotated
using Interproscan [53] and search in NCBI's Conserved
Domain Database (CDD) [54]. The sequence for these
genes is provided in Additional file 9. Antibiotic resistance
genes were identified by sequence comparison (blast) with
the Antibiotic Resistance Database (ARDB) [55] and po-
tential virulence factors investigated with MvirDB [56].
The COG categories were determined by searching the
COG database [57] with rps-blast and selecting hits with
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an e-value above 0.1. The annotation and distribution of
the accessory genes is summarized in Additional file 3.
Variant detection
The nucleotide sequences of genes belonging to the same
gene family were aligned using MUSCLE [58]. Single nu-
cleotide polymorphisms (SNPs) were detected based on
these alignments. The SNPs found in the Sd1 genomes
were verified by realigning the reads on the nucleotide se-
quences of the genes (and surrounding 100 bp) with BWA
and calling variants with SAMtools [49,50]. All SNPs are
listed in Additional file 6. We excluded from this analysis
any family that was predicted to include recombined genes
or genes found in multiple copies in at least one of the
genomes.
Detection of recombination events
Gene recombination was assessed using Geneconv [59].
To detect recombination events in the four E. coli strains
and Shigella strains, we concatenated the alignments of
the 1,859 core genes, in the order observed in E. coli
K12. Sd197 genome was used to represent all Sd1 ge-
nomes. The validity of each call was manually examined
based on SNPs density, homologies and distribution in
the phylogenetic tree.
To detect recombination events specific to a subset of

Sd1 strains, two alignments were used: 1) the concaten-
ation for each genome of gene sequences ordered as in
the genome of Shigella dysenteriae type 1 strain Sd197
and 2) the reconstitution of each genome from the
alignment of sequence reads to the sequence of Sd197
based on the SNPs and indels. Neither approach predicted
recombination events.
Phylogenetic reconstruction
The phylogenetic tree including 56 Sd1 strains, E. coli
K12, O157, O55, S. flexneri and S. sonnei was based on
a total of 78,266 SNPs extracted from the alignment of
1,859 core genes. The SNPs were concatenated to form
a 78,266 bp sequences alignment. Maximum likelihood
trees were constructed with Phyml v3.0 [60] using a GTR
substitution model and visualized with Dendroscope [61].
The evolutionary relationships among the 56 Sd1 strains

were investigated using the concatenation of the 919 poly-
morphic positions found over 689 genes out of the 2,807
core genes (the other core genes were identical in all
strains). The best-fit nucleotide substitution model for this
data was GTR, as determined with jModelTest 0.1.1 [62].
Maximum likelihood trees were constructed with Phyml
v3.0 [60] and visualized with dendroscope [61]. In every
case, 1,000 bootstrap repetitions gave values above 900 for
most branches.
Assessment of the role of selective pressures on Sd1
evolution
Genes from the pan-genome were assigned to a COG
category (see Sequence annotation). The proportion of
genes in each category versus total number of genes was
calculated for the entire pan-genome, genes containing
non-synonymous substitutions, and genes that were lost
in some strains. The proportions in each category were
compared between total pan-genome, genes containing
non-synonymous substitutions, and genes that were lost
in some strains using a Fisher exact test. All categories
showed similar proportions except for lipid metabolism.
The strength of selective pressures on the evolution of
these genomes was also assessed with the dN/dS ratio
for each pair of genomes (56 × 56 comparison). A ratio
close to zero indicates that there is a strong selective
pressure promoting the conservation of the protein se-
quence. If the ratio is greater than 1, variants with new
protein sequences (and potentially new or altered func-
tion) are selected. If the ratio is close to 1, no selective
constraint operates on the evolution of the genomes
(their evolution is the result of genetic drift). Since most
genes have only one variable position, it is impossible to
calculate the dN/dS ratio for each gene separately. In-
stead, for each pair of genomes, we calculated the rate of
non-synonymous substitution over all genes (ratio of the
total number of non-synonymous substitutions over the
total number of possible non-synonymous substitutions)
as well as the synonymous substitution rate. The ratio of
the overall dN and dS provides an overall estimate of the
dN/dS for each pair. Synonymous and nonsynonymous
substitution rates were calculated with program yn00
from the PAML version 4.7 package [63] using the method
of Yang and Nielsen [64]. All pairwise comparisons yielded
a ratio close to 1 (summarized in Additional file 8). Some
pairs had a ratio above 1.3; however, this occurred in pairs
of very close strains showing little genetic difference,
which may artificially inflate the dN/dS ratio.

Age of most recent common ancestor
The 919 bp “concatenome” was used to assess the age of
the most recent common ancestor following a Bayesian
approach implemented in the software BEAST v1.7.2 [26].
The software requires setting multiple parameters that de-
fine the assumed model of evolution for these genomes.
The nucleotide substitution model used was GTR, since
prior evaluation for reconstructing phylogenies had identi-
fied it as the best model (see Phylogenetic reconstruction).
To determine which clock and tree prior was best fitting
the data we tested the combination of the following
parameters: 1) molecular clock: strict clock, lognormal
relaxed clock (uncorrelated), exponential relaxed clock
(uncorrelated), and random local clock, 2) tree prior: con-
stant size, exponential growth, logistic growth, Bayesian
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skyline, Gaussian Markov random field (GMRF) Bayesian
Skyride and 3) clock rate prior: CTMC Rate Reference,
Gamma, Normal (with default initial values). For each par-
ameter combination, Markov chains of 500 million in
length were generated with samples taken every 1,000
MCMC generations. The results of these simulations were
compared by their AICM values [27]. The molecular clock
was the most influential parameter, since the AICM values
tended to be similar for all combinations with the same
molecular clock model. The best-fit model for our data
was the lognormal relaxed clock model. The best demo-
graphic model was the Gaussian Markov random field
skyride model [28].

Availability of supporting data
All the sequencing data generated for this project
are available through a bioproject (accession number
PRJNA186649) at the National Center for Biotechnology
Information (NCBI).

Additional files

Additional file 1: Details about collection, assembly and genome
content for the 56 Sd1 strains compared in this study.

Additional file 2: Geographical distribution of the strains. The 56
strains were collected in the various parts of the world where the most
recent pandemics took place: Africa (light pink), Central America (light
orange) and South Asia (light yellow) described in Levine et al. The
countries are colored according to the Sd1 phylogenetic clade present
there.

Additional file 3: Accessory genes, their description, their history
and distribution across the 56 Sd1 genomes. Genes at least 98%
homologous to genes in annotated E. coli and/or Shigella genome are
assigned the locus tag, gene name and product accession number of the
gene in one of these annotated genomes. Genes with no homology to
already annotated genes where assigned a locus tag starting with
SD1PG.

Additional file 4: SNPs identified in pINV protein coding genes in
47 Sd1 strains relative to the Sd197 pINV complete sequence.

Additional file 5: Details of reference Escherichia and Shigella
strains included in this study.

Additional file 6: The 1,859 core genes used to build the
phylogenetic tree displayed in Figure 1a.

Additional file 7: Genes subjected to recombination. The
concatenated 1,859 core genes sequences for the genomes of Shigella
dysenteriae Sd197, Shigella sonnei Ss046, Shigella flexneri 2a, E. coli UTI89,
E. coli O157 and E. coli K12 were aligned and used with Geneconv to
predict which genes were subjected to recombination. For each genome,
the predicted recombined are mapped based on the gene index and
color-coded based on the predicted sequence donor: 1) one of the
analyzed genomes or a close relative 2) an unknown genome donor. The
respective number of SNPs due to recombination is indicated in
parenthesis next to the name of each genome.

Additional file 8: Root to tip distance relative to tip dates. Distances
were generated with Phyml. Points are color-coded by clades (see legend
in the figure).

Additional file 9: Single nucleotide polymorphisms (SNPs) between
the 56 Sd1 strains described in Additional file 1.

Additional file 10: Results from different BEAST runs (MCMC length
of chain = 500,000,000, burnin = 50,000,000), ordered by AICM
values. TMRCA (the most recent common ancestor) is dated in number
of years from 2003 (most recent date in the analysis).

Additional file 11: Nucleotide sequence of the novel genes
predicted in genomes sequenced for this analysis.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
MAJ, EHS, KRH, AH JK, SM generated the sequence data and performed
validation experiments. MJB, CF, HSH, EW, MR, DH, KAT and YG contributed
reagents/samples/analysis tools. DH and HSH helped write the manuscript.
LR performed data analysis and interpreted the results. LR, MAJ, SIM jointly
conceived of the project and LR wrote the manuscript. All authors read and
approved the final manuscript.

Acknowledgments
The authors are grateful to James Nataro, and Anthony Maurelli for
providing strains used in this project. The authors also thank Richard
Olmstead, Aaron Darling, Erick Matsen and Connor McCoy for helpful
discussions.

Author details
1Department of Microbiology, University of Washington, Seattle, WA, USA.
2Hygiène Hospitalière, University Hospital of Besançon, Besançon, France.
3UMR6249 Chrono-Environnement, Université de Franche-Comté, Besançon,
France. 4Institut Pasteur, Paris, France. 5International Centre for Diarrheal
Disease Research, Dhaka, Bangladesh. 6Department of Genome Sciences,
University of Washington, Seattle, WA, USA. 7Department of Medicine,
University of Washington, Seattle, WA, USA.

Received: 4 October 2013 Accepted: 15 April 2014
Published: 10 May 2014

References
1. Barry EM, Pasetti MF, Sztein MB, Fasano A, Kotloff KL, Levine MM: Progress

and pitfalls in Shigella vaccine research. Nat Rev Gastroenterol Hepatol
2013, 10(4):245–255.

2. Bhattacharya SK, Sarkar K, Balakrish Nair G, Faruque AS, Sack DA: Multidrug-
resistant Shigella dysenteriae type 1 in south Asia. Lancet Infect Dis 2003,
3(12):755.

3. Levine MM, Kotloff KL, Barry EM, Pasetti MF, Sztein MB: Clinical trials of
Shigella vaccines: two steps forward and one step back on a long, hard
road. Nat Rev Microbiol 2007, 5(7):540–553.

4. Trofa AF, Ueno-Olsen H, Oiwa R, Yoshikawa M: Dr. Kiyoshi Shiga: discoverer
of the dysentery bacillus. Clin Infect Dis 1999, 29(5):1303–1306.

5. Niyogi SK: Shigellosis. J Microbiol 2005, 43(2):133–143.
6. Shigella dysenteriae type 1–Guatemala, 1991. MMWR Morb Mortal Wkly

Rep 1991, 40(25):421. 427–428. http://www.cdc.gov/mmwr/preview/
mmwrhtml/00014537.htm.

7. Germani Y, Cunin P, Tedjouka E, Ncharre CB, Morvan J, Martin P:
Enterohaemorrhagic Escherichia coli in Ngoila (Cameroon) during an
outbreak of bloody diarrhoea. Lancet 1998, 352(9128):625–626.

8. Emch M, Ali M, Yunus M: Risk areas and neighborhood-level risk factors
for Shigella dysenteriae 1 and Shigella flexneri. Health Place 2008,
14(1):96–105.

9. Pupo GM, Lan R, Reeves PR: Multiple independent origins of Shigella
clones of Escherichia coli and convergent evolution of many of their
characteristics. Proc Natl Acad Sci U S A 2000, 97(19):10567–10572.

10. Lan R, Reeves PR: Escherichia coli in disguise: molecular origins of
Shigella. Microbes Infect 2002, 4(11):1125–1132.

11. Touchon M, Hoede C, Tenaillon O, Barbe V, Baeriswyl S, Bidet P, Bingen E,
Bonacorsi S, Bouchier C, Bouvet O, Calteau A, Chiapello H, Clermont O,
Cruveiller S, Danchin A, Diard M, Dossat C, Karoui ME, Frapy E, Garry L,
Ghigo JM, Gilles AM, Johnson J, Le Bouguénec C, Lescat M, Mangenot S,
Martinez-Jéhanne V, Matic I, Nassif X, Oztas S, et al: Organised genome
dynamics in the Escherichia coli species results in highly diverse
adaptive paths. PLoS Genet 2009, 5(1):e1000344.

12. Bliven KA, Maurelli AT: Antivirulence genes: insights into pathogen
evolution through gene loss. Infect Immun 2012, 80(12):4061–4070.

http://www.biomedcentral.com/content/supplementary/1471-2164-15-355-S1.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-15-355-S2.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-15-355-S3.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-15-355-S4.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-15-355-S5.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-15-355-S6.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-15-355-S7.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-15-355-S8.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-15-355-S9.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-15-355-S10.xlsx
http://www.biomedcentral.com/content/supplementary/1471-2164-15-355-S11.txt
http://www.cdc.gov/mmwr/preview/mmwrhtml/00014537.htm
http://www.cdc.gov/mmwr/preview/mmwrhtml/00014537.htm


Rohmer et al. BMC Genomics 2014, 15:355 Page 13 of 14
http://www.biomedcentral.com/1471-2164/15/355
13. Lan R, Stevenson G, Reeves PR: Comparison of two major forms of the
Shigella virulence plasmid pINV: positive selection is a major force
driving the divergence. Infect Immun 2003, 71(11):6298–6306.

14. Levine MM, DuPont HL, Formal SB, Hornick RB, Takeuchi A, Gangarosa EJ,
Snyder MJ, Libonati JP: Pathogenesis of Shigella dysenteriae 1 (Shiga)
dysentery. J Infect Dis 1973, 127(3):261–270.

15. World Health Organization. Dept. of Immunization Vaccines and Biologicals,
World Health Organization. Dept. of Communicable Disease Prevention
Control and Eradication, World Health Organization. Dept. of Child and
Adolescent Health and Development: Guidelines for the control of shigellosis,
including epidemics due to Shigella dysenteriae type 1. Geneva: World Health
Organization; 2005.

16. Mata LJ, Gangarosa EJ, Caceres A, Perera DR, Mejicanos ML: Epidemic Shiga
bacillus dysentery in Central America. I. Etiologic investigations in
Guatemala, 1969. J Infect Dis 1970, 122(3):170–180.

17. Tuttle J, Ries AA, Chimba RM, Perera CU, Bean NH, Griffin PM:
Antimicrobial-resistant epidemic Shigella dysenteriae type 1 in Zambia:
modes of transmission. J Infect Dis 1995, 171(2):371–375.

18. Cunin P, Tedjouka E, Germani Y, Ncharre C, Bercion R, Morvan J, Martin PM:
An epidemic of bloody diarrhea: Escherichia coli O157 emerging in
Cameroon? Emerg Infect Dis 1999, 5(2):285–290.

19. Germani Y, Minssart P, Vohito M, Yassibanda S, Glaziou P, Hocquet D,
Berthelemy P, Morvan J: Etiologies of acute, persistent, and dysenteric
diarrheas in adults in Bangui, Central African Republic, in relation to human
immunodeficiency virus serostatus. Am J Trop Med Hyg 1998, 59(6):1008–1014.

20. Talukder KA, Khajanchi BK, Islam MA, Dutta DK, Islam Z, Safa A, Khan GY,
Alam K, Hossain MA, Malla S, Niyogi SK, Rahman M, Watanabe H, Nair GB,
Sack DA: Genetic relatedness of ciprofloxacin-resistant Shigella
dysenteriae type 1 strains isolated in south Asia. J Antimicrob Chemother
2004, 54(4):730–734.

21. Taylor DN, Bodhidatta L, Brown JE, Echeverria P, Kunanusont C, Naigowit P,
Hanchalay S, Chatkaeomorakot A, Lindberg AA: Introduction and spread of
multi-resistant Shigella dysenteriae I in Thailand. AmJTrop Med Hyg 1989,
40(1):77–85.

22. Yang F, Yang J, Zhang X, Chen L, Jiang Y, Yan Y, Tang X, Wang J, Xiong Z,
Dong J, Xue Y, Zhu Y, Xu X, Sun L, Chen S, Nie H, Peng J, Xu J, Wang Y,
Yuan Z, Wen Y, Yao Z, Shen Y, Qiang B, Hou Y, Yu J, Jin Q: Genome
dynamics and diversity of Shigella species, the etiologic agents of
bacillary dysentery. Nucleic Acids Res 2005, 33(19):6445–6458.

23. Brittnacher MJ, Fong C, Hayden HS, Jacobs MA, Radey M, Rohmer L: PGAT:
a multistrain analysis resource for microbial genomes. Bioinformatics
2011, 27(17):2429–2430.

24. Parsot C: Shigella spp. and enteroinvasive Escherichia coli pathogenicity
factors. FEMS Microbiol Lett 2005, 252(1):11–18.

25. Didelot X, Meric G, Falush D, Darling AE: Impact of homologous and
non-homologous recombination in the genomic evolution of Escherichia
coli. BMC Genomics 2012, 13:256.

26. Drummond AJ, Rambaut A: BEAST: Bayesian evolutionary analysis by
sampling trees. BMC Evol Biol 2007, 7:214.

27. Baele G, Li WL, Drummond AJ, Suchard MA, Lemey P: Accurate model
selection of relaxed molecular clocks in Bayesian phylogenetics. Mol Biol
Evol 2013, 30:239–243.

28. Minin VN, Bloomquist EW, Suchard MA: Smooth skyride through a rough
skyline: Bayesian coalescent-based inference of population dynamics.
Mol Biol Evol 2008, 25(7):1459–1471.

29. Holt KE, Baker S, Weill FX, Holmes EC, Kitchen A, Yu J, Sangal V, Brown DJ,
Coia JE, Kim DW, Choi SY, Kim SH, da Silveira WD, Pickard DJ, Farrar JJ,
Parkhill J, Dougan G, Thomson NR: Shigella sonnei genome sequencing
and phylogenetic analysis indicate recent global dissemination from
Europe. Nat Genet 2012, 44:1056–1059.

30. Holt KE, Dolecek C, Chau TT, Duy PT, La TT, Hoang NV, Nga TV, Campbell JI,
Manh BH, Vinh Chau NV, Hien TT, Farrar J, Dougan G, Baker S: Temporal
fluctuation of multidrug resistant salmonella typhi haplotypes in the
mekong river delta region of Vietnam. PLoS Negl Trop Dis 2011, 5(1):e929.

31. Holt KE, Parkhill J, Mazzoni CJ, Roumagnac P, Weill FX, Goodhead I, Rance R,
Baker S, Maskell DJ, Wain J, Dolecek C, Achtman M, Dougan G: High-throughput
sequencing provides insights into genome variation and evolution in
Salmonella Typhi. Nat Genet 2008, 40(8):987–993.

32. Roumagnac P, Weill FX, Dolecek C, Baker S, Brisse S, Chinh NT, Le TA, Acosta CJ,
Farrar J, Dougan G, Achtman M: Evolutionary history of Salmonella typhi.
Science 2006, 314(5803):1301–1304.
33. Okoro CK, Kingsley RA, Connor TR, Harris SR, Parry CM, Al-Mashhadani MN,
Kariuki S, Msefula CL, Gordon MA, de Pinna E, Wain J, Heyderman RS, Obaro
S, Alonso PL, Mandomando I, MacLennan CA, Tapia MD, Levine MM,
Tennant SM, Parkhill J, Dougan G: Intracontinental spread of human
invasive Salmonella Typhimurium pathovariants in sub-Saharan Africa.
Nat Genet 2012, 44(11):1215–1221.

34. Heisig P: Genetic evidence for a role of parC mutations in development
of high-level fluoroquinolone resistance in Escherichia coli. Antimicrob
Agents Chemother 1996, 40(4):879–885.

35. Talukder KA, Khajanchi BK, Islam MA, Islam Z, Dutta DK, Rahman M,
Watanabe H, Nair GB, Sack DA: Fluoroquinolone resistance linked to both
gyrA and parC mutations in the quinolone resistance-determining region
of Shigella dysenteriae type 1. Curr Microbiol 2006, 52(2):108–111.

36. Naheed A, Kalluri P, Talukder KA, Faruque AS, Khatun F, Nair GB, Mintz ED,
Breiman RF: Fluoroquinolone-resistant Shigella dysenteriae type 1 in
northeastern Bangladesh. Lancet Infect Dis 2004, 4(10):607–608.

37. Tam V: Lipomic profiling of bioactive lipids by mass spectrometry during
microbial infections. Semin Immunol 2013, 25:240–248.

38. Kunne C, Billion A, Mshana SE, Schmiedel J, Domann E, Hossain H, Hain T,
Imirzalioglu C, Chakraborty T: Complete sequences of plasmids from the
hemolytic-uremic syndrome-associated Escherichia coli strain HUSEC41.
J Bacteriol 2012, 194(2):532–533.

39. Luck SN, Turner SA, Rajakumar K, Sakellaris H, Adler B: Ferric dicitrate
transport system (Fec) of Shigella flexneri 2a YSH6000 is encoded on a
novel pathogenicity island carrying multiple antibiotic resistance genes.
Infect Immun 2001, 69(10):6012–6021.

40. Ye C, Lan R, Xia S, Zhang J, Sun Q, Zhang S, Jing H, Wang L, Li Z, Zhou Z, Zhao A,
Cui Z, Cao J, Jin D, Huang L, Wang Y, Luo X, Bai X, Wang Y, Wang P, Xu Q, Xu J:
Emergence of a new multidrug-resistant serotype X variant in an epidemic
clone of Shigella flexneri. J Clin Microbiol 2010, 48(2):419–426.

41. Gutacker MM, Mathema B, Soini H, Shashkina E, Kreiswirth BN, Graviss EA,
Musser JM: Single-nucleotide polymorphism-based population genetic
analysis of Mycobacterium tuberculosis strains from 4 geographic sites.
J Infect Dis 2006, 193(1):121–128.

42. Zhu P, van der Ende A, Falush D, Brieske N, Morelli G, Linz B, Popovic T,
Schuurman IG, Adegbola RA, Zurth K, Gagneux S, Platonov AE, Riou JY,
Caugant DA, Nicolas P, Achtman M: Fit genotypes and escape variants of
subgroup III Neisseria meningitidis during three pandemics of epidemic
meningitis. Proc Natl Acad Sci U S A 2001, 98(9):5234–5239.

43. Achtman M, Morelli G, Zhu P, Wirth T, Diehl I, Kusecek B, Vogler AJ, Wagner DM,
Allender CJ, Easterday WR, Chenal-Francisque V, Worsham P, Thomson NR,
Parkhill J, Lindler LE, Carniel E, Keim P:Microevolution and history of the plague
bacillus, Yersinia pestis. Proc Natl Acad Sci U S A 2004, 101(51):17837–17842.

44. Dutta S, Ghosh A, Ghosh K, Dutta D, Bhattacharya SK, Nair GB, Yoshida S:
Newly emerged multiple-antibiotic-resistant Shigella dysenteriae type 1
strains in and around Kolkata, India, are clonal. J Clin Microbiol 2003,
41(12):5833–5834.

45. Levine MM, DuPont HL, Khodabandelou M, Hornick RB: Long-term
Shigella-carrier state. N Engl J Med 1973, 288(22):1169–1171.

46. Levine MM, Robins-Browne RM: Factors that explain excretion of enteric
pathogens by persons without diarrhea. Clin Infect Dis 2012,
55(Suppl 4):S303–311.

47. Hayden HS, Lim R, Brittnacher MJ, Sims EH, Ramage ER, Fong C, Wu Z, Crist E,
Chang J, Zhou Y, Radey M, Rohmer L, Haugen E, Gillett W, Wuthiekanun V,
Peacock SJ, Kaul R, Miller SI, Manoil C, Jacobs MA: Evolution of Burkholderia
pseudomallei in recurrent melioidosis. PLoS One 2012, 7(5):e36507.

48. Zerbino DR, Birney E: Velvet: algorithms for de novo short read assembly
using de Bruijn graphs. Genome Res 2008, 18(5):821–829.

49. Li H, Durbin R: Fast and accurate short read alignment with Burrows-
Wheeler transform. Bioinformatics 2009, 25(14):1754–1760.

50. Li H, Handsaker B, Wysoker A, Fennell T, Ruan J, Homer N, Marth G, Abecasis G,
Durbin R: The sequence alignment/map format and SAMtools. Bioinformatics
2009, 25(16):2078–2079.

51. Kurtz S, Phillippy A, Delcher AL, Smoot M, Shumway M, Antonescu C,
Salzberg SL: Versatile and open software for comparing large genomes.
Genome Biol 2004, 5(2):R12.

52. Hyatt D, Chen GL, Locascio PF, Land ML, Larimer FW, Hauser LJ: Prodigal:
prokaryotic gene recognition and translation initiation site identification.
BMC Bioinforma 2010, 11:119.

53. Hunter S, Apweiler R, Attwood TK, Bairoch A, Bateman A, Binns D, Bork P,
Das U, Daugherty L, Duquenne L, Finn RD, Gough J, Haft D, Hulo N, Kahn D,



Rohmer et al. BMC Genomics 2014, 15:355 Page 14 of 14
http://www.biomedcentral.com/1471-2164/15/355
Kelly E, Laugraud A, Letunic I, Lonsdale D, Lopez R, Madera M, Maslen J,
McAnulla C, McDowall J, Mistry J, Mitchell A, Mulder N, Natale D, Orengo C,
Quinn AF, et al: InterPro: the integrative protein signature database.
Nucleic Acids Res 2009, 37(Database issue):D211–215.

54. Marchler-Bauer A, Lu S, Anderson JB, Chitsaz F, Derbyshire MK, DeWeese-
Scott C, Fong JH, Geer LY, Geer RC, Gonzales NR, Gwadz M, Hurwitz DI,
Jackson JD, Ke Z, Lanczycki CJ, Lu F, Marchler GH, Mullokandov M,
Omelchenko MV, Robertson CL, Song JS, Thanki N, Yamashita RA, Zhang D,
Zhang N, Zheng C, Bryant SH: CDD: a conserved domain database for the
functional annotation of proteins. Nucleic Acids Res 2011,
39(Database issue):D225–229.

55. Liu B, Pop M: ARDB–antibiotic resistance genes database. Nucleic Acids Res
2009, 37(Database issue):D443–447.

56. Zhou CE, Smith J, Lam M, Zemla A, Dyer MD, Slezak T: MvirDB–a microbial
database of protein toxins, virulence factors and antibiotic resistance
genes for bio-defence applications. Nucleic Acids Res 2007,
35(Database issue):D391–394.

57. Tatusov RL, Fedorova ND, Jackson JD, Jacobs AR, Kiryutin B, Koonin EV,
Krylov DM, Mazumder R, Mekhedov SL, Nikolskaya AN, Rao BS, Smirnov S,
Sverdlov AV, Vasudevan S, Wolf YI, Yin JJ, Natale DA: The COG database: an
updated version includes eukaryotes. BMC Bioinforma 2003, 4:41.

58. Edgar RC: MUSCLE: multiple sequence alignment with high accuracy and
high throughput. Nucleic Acids Res 2004, 32(5):1792–1797.

59. Sawyer S: Statistical tests for detecting gene conversion. Mol Biol Evol
1989, 6(5):526–538.

60. Guindon S, Delsuc F, Dufayard JF, Gascuel O: Estimating maximum
likelihood phylogenies with PhyML. Methods Mol Biol 2009, 537:113–137.

61. Huson DH, Richter DC, Rausch C, Dezulian T, Franz M, Rupp R:
Dendroscope: an interactive viewer for large phylogenetic trees. BMC
Bioinforma 2007, 8:460.

62. Posada D: jModelTest: phylogenetic model averaging. Mol Biol Evol 2008,
25(7):1253–1256.

63. Yang Z: PAML 4: phylogenetic analysis by maximum likelihood. Mol Biol
Evol 2007, 24(8):1586–1591.

64. Yang Z, Nielsen R: Estimating synonymous and nonsynonymous
substitution rates under realistic evolutionary models. Mol Biol Evol 2000,
17(1):32–43.

doi:10.1186/1471-2164-15-355
Cite this article as: Rohmer et al.: Genomic analysis of the emergence of
20th century epidemic dysentery. BMC Genomics 2014 15:355.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Results
	Conclusions

	Background
	Results
	Genomic diversity of Sd1 strains involved in major pandemics
	Sd1 strains genetic relatedness and intercontinental distribution
	Recent emergence of the clone responsible for the latest pandemics and multiple intercontinental transfers
	Genetic drift responsible for most gene loss and mutations
	Adaptation through gene gain: repeated acquisition of antibiotic resistance

	Discussion
	Conclusions
	Methods
	Bacterial strains, genome sequencing
	Genome draft assembly and alignment
	Sequence annotation
	Variant detection
	Detection of recombination events
	Phylogenetic reconstruction
	Assessment of the role of selective pressures on Sd1 evolution
	Age of most recent common ancestor

	Availability of supporting data
	Additional files
	Competing interests
	Authors’ contributions
	Acknowledgments
	Author details
	References

