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Abstract

Background: Listeria monocytogenes is an important food-borne pathogen and model organism for host-pathogen
interaction, thus representing an invaluable target considering research on the forces governing the evolution of
such microbes. The diversity of this species has not been exhaustively explored yet, as previous efforts have focused
on analyses of serotypes primarily implicated in human listeriosis. We conducted complete genome sequencing of
11 strains employing 454 GS FLX technology, thereby achieving full coverage of all serotypes including the first
complete strains of serotypes 1/2b, 3¢, 3b, 4c, 4d, and 4e. These were comparatively analyzed in conjunction with
publicly available data and assessed for pathogenicity in the Galleria mellonella insect model.

Results: The species pan-genome of L. monocytogenes is highly stable but open, suggesting an ability to adapt to
new niches by generating or including new genetic information. The majority of gene-scale differences represented
by the accessory genome resulted from nine hyper variable hotspots, a similar number of different prophages,
three transposons (Tn916, Tn554, 1S3-like), and two mobilizable islands. Only a subset of strains showed CRISPR/Cas
bacteriophage resistance systems of different subtypes, suggesting a supplementary function in maintenance of
chromosomal stability. Multiple phylogenetic branches of the genus Listeria imply long common histories of strains
of each lineage as revealed by a SNP-based core genome tree highlighting the impact of small mutations for the
evolution of species L. monocytogenes. Frequent loss or truncation of genes described to be vital for virulence or
pathogenicity was confirmed as a recurring pattern, especially for strains belonging to lineages Ill and II. New
candidate genes implicated in virulence function were predicted based on functional domains and phylogenetic
distribution. A comparative analysis of small regulatory RNA candidates supports observations of a differential
distribution of trans-encoded RNA, hinting at a diverse range of adaptations and regulatory impact.

Conclusions: This study determined commonly occurring hyper variable hotspots and mobile elements as primary
effectors of quantitative gene-scale evolution of species L. monocytogenes, while gene decay and SNPs seem to
represent major factors influencing long-term evolution. The discovery of common and disparately distributed
genes considering lineages, serogroups, serotypes and strains of species L. monocytogenes will assist in diagnostic,
phylogenetic and functional research, supported by the comparative genomic GECO-LisDB analysis server
(http://biocinfo.mikrobio.med.uni-giessen.de/geco2lisdb).
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Background

The genus Listeria consists of eight species being L. mono-
cytogenes, L. innocua, L. welshimeri, L. seeligeri, L. ivanovii,
L. grayi, L. marthii and L. rocourtiae [1-3]. Listeria are
saprotrophic with L. monocytogenes and L. ivanovii con-
sidered facultative pathogens, the latter predominantly
causing infections in ruminants [4]. L. monocytogenes
represents the species most commonly associated with
listeriosis in humans which primarily affects immunocom-
promised individuals [5]. The majority of infections are
thought to be foodborne and results in high mortality
rates [6].

Strains of L. monocytogenes can be grouped into four
evolutionary lineages and 12 serotypes representing dis-
tinct phylogenetic, ecologic and phenotypic characteris-
tics [7-9]. Lineage I was found to be overrepresented
among human clinical isolates and epidemic outbreaks
in most studies while lineage II is typically sporadically
isolated from both humans and animals. Lineage III and
IV are rare and predominantly identified in animals.
These associations show frequent regional differences,
thus rendering the definition of a natural environment
difficult. Lineages II, III and IV show higher recombin-
ation rates and a lower degree of sequence similarity
than lineage 1. This observation was proposed to result
from less diverse lifestyles for the latter and may denote
strains of lineage I as descendants of a recently emerged
highly virulent clone [10,11]. Plasmids are more preva-
lent in lineage II and include a multitude of resistance
genes dealing with toxic metals, horizontal gene transfer,
oxidative stress and small toxic peptides [12]. Further-
more, strains of this lineage often show virulence atte-
nuated phenotypes due to deletions inside important
virulence genes [13]. About 98% of human cases of lis-
teriosis are caused by strains of serotypes 4b, 1/2a, 1/2b
and 1/2c [14].

Virulence of the bacterium is heavily dependent on the
virulence gene cluster (VGC, LIPI-1) which promotes
cytosolic replication as well as intra- and intercellular
movement [15]. A second cluster required for virulence
contains an operon of two genes (inl/A/B) that encode
internalins necessary for the attachment to and invasion
of non-phagocytic host cells [16]. The species L. ivanovii
displays a specific island with virulence factors called
LIPI-2, comprising of multiple internalins and smcL
sphingomyelinase hemolysis gene [17]. A subset of
strains of lineage I carry an additional hemolysin called lis-
teriolysin S (LIPI-3) which contributes to virulence
in vitro [18]. Other genes involved in the infectious
process modulate the bacterial metabolism and stress re-
sponse [19,20]. Interestingly, prophage genes may also
have a function in virulence as identified by transcriptomic
analyses of intracellular regulation of genes of three major
lineages [21].
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A variety of cell wall components are important for the
survival of strains of species L. monocytogenes in the envi-
ronment and the infected host, which are frequently
encoded by genes harboring domains involved in cell-wall
anchoring or protein-protein interactions (e.g. LPXTG,
GW, P60, LysM, lipo-box, LRR) [9,22-26].

To protect from bacteriophage activity, some Archaea
and bacteria have developed an adaptive immune system
(CRISPR: clustered regularly interspaced short palin-
dromic repeats) based on a variable module of repeats,
spacers and protein coding genes (Cas: CRISPR asso-
ciated) [27]. Recently it was shown that CRISPR spacers
can bear sequences homologous to chromosomal genes
which may represent a form of autoimmunity or regula-
tory mechanism [28,29]. Some CRISPR/Cas subtypes
lacking endoribonucleases necessary for the maturation
of crRNAs were shown to appropriate a frans-encoded
small RNA (tracrRNA) in combination with a host factor
(RNase III) in order to facilitate the silencing of foreign
nucleic acids [30]. CRISPR/Cas systems were previously
identified inside a number of strains of genus Listeria
but never discussed in detail [21,30-32].

Small non-coding regulatory RNAs have emerged as a
further layer of gene expression regulation in prokar-
yotes [33]. They regulate transcription by pairing with
other RNAs, forming parts of RNA-protein complexes,
or adopting regulatory secondary structures [34]. Small
non-coding RNAs were previously identified in species
L. monocytogenes based on microarrays or deep sequen-
cing approaches and have been implicated in responses
to iron limitation, oxidative stress, low temperature and
intracellular growth [35-41].

The pan-genome concept has recently been introduced
to explore the diversity of a number of bacterial species
and found varying degrees of conservation reflecting
differences in habitat, evolutionary pressure and gene pool
[42-46]. Analyses of the pan-genome of genus Listeria
showed that gene loss played an important role in the
development of modern Listeria species from a putatively
pathogenic ancestor [31]. Previous attempts to study the
pan-genome of L. monocytogenes were focused on the
identification of genes present in lineage I/II while being
absent in lineage III and based on microarrays containing
mostly draft quality genomes missing several serotypes,
thus limiting the possible resolution [9,47].

This study is the first one to base its evolutionary ana-
lyses on a set of 16 completely sequenced genomes of spe-
cies L. monocytogenes including strains of all serotypes,
arguably bearing the most diverse pan-genome to be
assessed for this species. These include five previously
sequenced and extensively studied strains of three major
lineages (I-III) being 4a L99, 4b F2365, 1/2a EGD-e, 1/2a
08-5578 and 1/2a 08-5923 as well as the eleven newly
sequenced genomes [21,32,48,49]. Efficient invasion into
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epithelial cells was described for strains 1/2a EGD-e, 1/2b
SLCC2755, and 4b L312 while strains 4c SLCC2376, 3a
SLCC7179, 3¢ SLCC2479, 1/2c SLCC2372, 7 SLCC2482,
3b SLCC2540, 4e SLCC2378, and 4d ATCC19117 dis-
played attenuation or absence of this ability [50]. An asso-
ciation with human illness was previously established
for strains 1/2c¢ SLCC2372, 1/2a 08-5923/08-5578, 3b
SLCC2540, and 4b F2365 [32,49,51,52]. We determined
common and distinct genetic elements to understand
the diversity of forces shaping the species down to the
level of strains. Most of the analyses were conducted
using the GECO comparative genomics software, which
was heavily extended in relation to the previously pub-
lished version in order to satisfy the needs of this study
[53]. This work focuses on major molecular aspects relat-
ing to evolutionary adaptation of species L. monocytogenes,
and is intended to serve as a framework to support future
analyses for the Listeria research community.

Results and discussion

Basic features of strains selected among known serotypes
of L. monocytogenes

In order to analyze the evolution and pan-genomic po-
tential of the species, strains of L. monocytogenes span-
ning all known serotypes originating from various
sources were selected for comparison (Table 1). The
chromosome of L. monocytogenes 7 SLCC2482 contains
one gap located at 2125011 bp and estimated to have a
size of approximately 10000 bp. Four strains harbored
plasmids which were described previously [12]. All
strains were classified according to known sequence

Page 3 of 19

types and chromosomal complexes using the BIGSdb
software [7,54].

The chromosomes compared show a similar size, G+C
content, average length of protein coding genes and per-
centage of protein coding DNA (Table 2). The number
of coding sequences ranged from 2755 (SLCC2376) to
3010 (08-5578). We identified six 16S-23S-5S-rRNA
operons in most strains with the exception of 1/2a 08—
5578 and 1/2a 08-5923 which lack one rRNA module
and several tRNAs.

Pan-genome model predicts a highly conserved species

The pan-genome of 16 chromosomes of L. monocytogenes
was found to contain 4387 genes including 114 paralogues
based on a similarity cutoff of 60% amino acid identity
and 80% coverage of protein alignments (Figure 1). Ap-
proximately 78% of coding sequences per strain consist of
mutually conserved core genes (2354 / species) indicating
a highly stable species backbone with relatively few
accessory genes (2033 / species) (Additional file 1). More
than half of the species accessory genes (1161) further-
more displayed homologues in only one or two strains
implying relatively recent insertions that are rarely fixed in
the population. A power law regression analysis predicting
a future pan-genomic distribution after further sequencing
resulted in a mean power law fitting for new genes of
n=397.4N"%727° (4=0.7279). This indicates a conserved but
open pan-genome that permits limited integration of
foreign DNA or generation of genetic diversity by other
evolutionary forces such as mutation, duplication and
recombination as previously described [55]. Regression

Table 1 Origin of compared strains of species L. monocytogenes

Serotype  Strain Lineage Chromosome Plasmid ST* CC* Source of Year of Country of  Reference

accession accession isolate isolation isolation
4c SLCC 2376 Il FR733651 71 poultry SLCC: Haase et al. (2011)
4a L99 Il FM211688 201 cheese 1950 Netherlands  Hain et al. (2012)
3a SLCC 7179 Il FR733650 91 cheese 1986 Austria SLCC: Haase et al. (2011)
3c SLCC 2479 Il FR733649 9 9 1966 SLCC: Haase et al. (2011)
1/2c SLCC 2372 Il FR733648 FR667691 122 9 human 1935 UK SLCC: Haase et al. (2011)
1/2a 08-5923 Il NC_013768 120 human 2008 Canada Gilmour et al. (2010)
1/2a 08-5578 Il NC_013766 CP001603 human 2008 Canada Gilmour et al. (2010)
1/2a SLCC 5850 Il FR733647 2 7 rabbit 1924 UK SLCC: Haase et al. (2011)
1/2a EGD-e Il NC_003210 35 9 rabbit 1926 UK Glaser et al. (2001)
7 SLCC 2482 | FR720325 FR667690 3 3 human 1966 SLCC: Haase et al. (2011)
1/2b SLCC 2755 | FR733646 FR667692 66 3 chinchilla 1967 SLCC: Haase et al. (2011)
3b SLCC 2540 | FR733645 human 1956 USA SLCC: Haase et al. (2011)
4e SLCC 2378 | FR733644 73 1 poultry SLCC: Haase et al. (2011)
4d ATCC 19117 | FR733643 2 2 sheep SLCC: Haase et al. (2011)
4b L312 | FR733642 4 4 cheese Chatterjee et al. (2006)
4b F2365 | NC_002973 1 1 cheese 1985 USA Nelson et al. (2004)

*Sequence Type.
**Clonal Complex.
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Table 2 General features of the chromosomes of compared strains

Strain Gaps Length of G+C content Number of Protein coding Number of Number of
chromosome [%] CDS DNA [%] rRNA genes tRNA genes
[bp]

SLCC 2376 closed 2840185 383 2755 89.3 18 67

L99 closed 2979198 382 2925 889 18 67

SLCC 7179 closed 2882234 380 2826 89.3 18 67

SLCC 2479 closed 2972172 38.0 2935 89.3 18 65

SLCC 2372 closed 2972810 38.0 2936 89.3 18 67

08-5923 closed 2999054 380 2966 89.3 15 58

08-5578 closed 3032288 380 3010 89.3 15 58

SLCC 5850 closed 2907142 380 2866 89.2 18 67

EGD-e closed 2944528 38.0 2855 89.2 18 67

SLCC 2482 1 2936689* 38.0 2874 89.1 18 67

SLCC 2755 closed 2966146 38.1 2877 89.3 18 67

SLCC 2540 closed 2976958 379 2907 894 18 67

SLCC 2378 closed 2941360 380 2874 89.1 18 66

ATCC 19117 closed 2951805 38.0 2868 89.3 18 67

312 closed 2912346 38.1 2821 89.3 18 67

F2365 closed 2905187 380 2847 884 18 67

*including 100 N gap spacer.

curves predict the presence of ca. 6000 different genes in
the pan-genome of L. monocytogenes after 100 strains have
been completely sequenced.

Other studies relying on the hybridization of eight
lineage III strains on a microarray based on 20 strains
(two complete, 18 draft chromosomes) found a closed
species pan-genome [47,56]. These likely represent an
underestimation of true sequence diversity of the species
because they lack multiple serotypes (e.g. 3a, 3b, 3¢, 4e, 7),
less stringent similarity cutoffs and a lower number of fully
sequenced strains. The pan-genome of genus Listeria
based on chromosomes of 13 strains (six complete, seven
draft) was determined to be open [31].

Summarily, our research shows a conserved species,
which tolerates low levels of horizontal gene transfer.

Hyper variable hotspots contain one fourth of the
accessory genes and permitted the insertion of major
pathogenicity determinants

The accessory gene content of compared strains is not
scattered evenly across the chromosomes, but accumu-
lates in nine defined chromosomal regions supporting pre-
vious observations considering the clustered distribution
of strain-specific genes [57] (Additional file 2, Additional
file 3). These hotspots were defined by the localization of
at least three non-homologous insertions between mutu-
ally conserved core genes. The latter showed no over
representation among any particular functional or genetic
category. Nearly every fourth of the accessory genes (454 =
22%) was found to be located in such a highly variable re-
gion. Interestingly, strains of lineage III displayed an average

of 56 genes inside these loci, while strains of lineage I and
II contained nearly twice as many (80—-90), indicating either
stronger deleterious forces in the former or an increased
number of insertions in the latter. One third of these genes
were accounted for by strain-specific insertions leading to a
low average conservation of hotspot genes in only three
strains. The majority of these genes have no known func-
tion (298), 35 are part of restriction modification systems,
and 13 are involved in genetic mobilization.

Only a small number of genes could be identified in-
side hotspot loci which exhibit an obvious adaptive value
for the host genome, including the previously described
pathogenicity determinants in/A/B and LIPI-3 [16,18].
Transposon Tn916 introduced additional cadmium re-
sistance genes into its host strain 1/2a EGD-e [19]. Two
variants of an IS3-like transposon were inserted in differ-
ent hotspot integration sites of the epidemic lineage I
and found to bear multiple surface-associated proteins.
The latter are implied in attachment, invasion, and other
interactions with the environment and were identified in
most hotspots resulting in the presence of a total of 40
genes of this category.

These hyper variable hotspots have previously been
suggested to be the result of a founder effect resulting
from a primary insertion that did not reduce the fitness
of the respective strain, which now offers a larger target
for neutral insertions, thus increasing their likelihood
[44]. It is tempting to speculate, that these regions repre-
sent evolutionary test areas attracting new genetic infor-
mation by frequent insertions, deletions and other
differentiating forces, rarely leading to fixation of genes
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Figure 1 Pan-genomic distribution. Distribution of CDS based on
a homology measure of 60% amino acid identity and 80% coverage.
Chromosomes were added 10000 times without replacement in a
randomized order and the number of core (mutually conserved) and
accessory (found in at least one but not all strains) genes was noted.
Since mean and median values for each step showed only little
variation the mean numbers of gene classes were plotted. In order
to predict a possible future pan-genomic distribution for this species
we performed a power law fitting. A) Pan-genomic CDS after each
consecutive addition of a strain, B) mutually conserved CDS,

C) conservation of CDS and homology clusters.

in the population. Interestingly, all but one of these
hotspots are located on the right replichore, which
thus represents an area of increased genomic plasti-
city. Only half of the wvariable regions displayed
identifiable mobilization genes indicating either un-
identified mobilization genes, decay or other means
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to facilitate insertions putatively including also mecha-
nisms for homologous recombination.

Chromosomal mobile genetic elements are major sources
of diversity - prophages, transposons and genetic islands
In order to find large insertions in the chromosomes of
the respective strains we plotted all coding sequences,
which were not conserved in all strains, resulting in the
identification of between one and five mobile genetic
elements (MGE) such as prophages, transposons, inser-
tion sequences and genomic islands per chromosome
(Figure 2). These introduced 6 to 235 protein coding
genes per strain included in 15 different MGE insertions
into 13 distinct chromosomal loci (Additional file 4).
This translates into 703 genes of the pan-genome (15%)
or one third of the accessory genes.

Among these are 8 different prophages which are
typically inserted by site-specific recombination into
chromosomal loci adjacent to tRNA genes as previously
observed [58]. We also found two different bacterio-
phages (A006 and A118) which targeted the comK gene
[59]. Most prophages belong to the class of listeria-
phages (B025, A118, and A006) or show a high similarity
to unnamed prophages also found in the genera Bacillus,
Enterococcus, Clostridium and Staphylococcus. It should
be noted that the only strains without apparently
complete prophages are both strains of serotype 4b as
well as 4c SLCC2376. Rarity of prophages in serogroup
4 was previously proposed to result from differences in
teichoic acid composition, which is supported by strains
of this study due to the absence of 12 out of 16 genes of
an operon encoding a rhamnose pathway for teichoic
acid biosynthesis conserved in all other compared strains
(Imo1076-Imo1091) as well as several missing glycosyl
transferases ([m00497, 1mo0933, [mo02550) [60].

Three putative transposons were identified in the
strains studied. Two of them are located between
homologues of genes [m01096-lmo1115 in strain EGD-e
(ICELm1, TNO916-like) and [m02676-lm02677 in 3c
SLCC2479 and 1/2¢ SLCC2372 (TN554-like), respect-
ively (Additional file 5) [61]. ICELm1 contains two
genes involved in cadmium resistance and a fibrinogen-
binding protein with an LPXTG domain which is
implied in host cell attachment in Staphylococcus
epidermidis [62]. The Tn554-like transposon introduced
an arsenate resistance operon (arsCBADR) also found
in Enterococcus faecalis (ca. 70% amino acid identity)
into its host chromosomes. The third putative trans-
poson consists of 15 genes including two insertion ele-
ments bearing two IS3-type transposases as found in its
complete form in strain 3b SLCC2540 (Additional file 6).
It contains a module consisting of a transcriptional regula-
tor and four homologues of a lipoprotein. The latter was
predicted by previous studies to furthermore contain an
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Figure 2 Insertions between syntenic core genes. Bar chart of CDS inserted between syntenic core-CDS existing in all strains depicted relative
to reference strain 1/2a EGD-e. The oriC inversion of strains 08-5923 and 08-5578 was removed for this analysis. Mobile genetic elements (MGE)
are classified as prophage (red triangle), transposon/IS element (blue square), genetic island (green circle). The MGEs were numbered according
to their relative position in strain 1/2a EGD-e. Putative anchor genes in the chromosome (ex.: tRNA, comK) are included in square brackets. If
different elements inserted at the same chromosomal locus, the strains involved are denoted in round brackets. Multiple designations per
element are delimited by a colon. If an element was not described yet, the genus bearing the highest overall nucleotide similarity to the
respective region was included instead (e.g. Bacillus subtilis, Enterococcus faecalis). Lineages are denoted with roman numbers.

RGD motif implied in integrin binding and a weak hom-
ology to leucine-rich-repeat domains, indicating a putative
function in host-pathogen interaction [23,48]. Deletion
versions of this transposon, which have lost one insertion
element, can be found at the same relative position at ap-
proximately 2.1 Mb (e.g. LMOf2365_2051-9) in all strains
of lineage I and another variant at ca. 0.5 Mb (e.g.
LMOf2365_0493-500) in a subset of strains of all lineages.
Interestingly, indels of the complete transposon and the
lipoprotein itself have led to a distribution of 4-7
instances of the lipoprotein in epidemic lineage I in com-
parison to 0-1 in lineages II and III, which further indi-
cates these two modules as potential targets for research
regarding virulence determinants. All but one transposon
were found in a hyper variable hotspot suggesting either

relaxed deleterious forces in these areas or an enrichment
of repeats targeted by the respective mobilization genes.
Another type of MGE is designated genomic island
and denotes a module of genes inserted by horizontal
gene transfer which frequently encodes fitness confer-
ring genes and typically contains at least one integrase
gene employed for mobility. One of these was called
Listeria genomic island 1 (LGI1) and putatively intro-
duced by serine recombinases into 1/2a 08-5923 and
08-5578 [49]. It was described to include genes involved
in secretion, protein-protein interaction, adhesion, mul-
tidrug efflux, signal transduction and restriction modifi-
cation. We identified a second genomic island named
LGI2, which has not yet been described in the literature.
It spans approximately 35000 bp in strains 4e SLCC2378
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and 4d ATCC19117 and integrated into genes ortholo-
gous to [mo02224 (1/2a EGD-e). This mobile element
consists of 36 genes and putatively inserted by means of
a bacteriophage integrase (LMOSLCC2378_2256) dis-
tantly related to temperate Lactococcus lactis bacterio-
phage phiLC3 [63]. Additionally, a putative operon of
eight genes coding for arsenate resistance proteins
(LMOSLCC2378_2263-70) was found to be homologous
to a region of Listeria innocua Clip11262 plasmid
pLI100, indicating recombination between phages, plas-
mids and chromosomes which resulted in the formation
of this mobile element. Other genes of this locus code
for ATP transporters, a putative anti-restriction protein,
a secreted and a cell wall surface anchor protein.

In summary, nearly one third of the accessory genes of
the species have been introduced by identifiable MGEs,
representing a large proportion of gene-scale diversity
[64]. The distribution of most MGEs is heterogeneous in-
dicating either recent insertions and/or frequent deletion
of these sequences. Prophage-related genes of species L.
monocytogenes represent major chromosomal disparities,
have been described to assist intracellular survival, and
were found to serve as genetic switches in order to modu-
late the virulence of its host [21,64-67]. The general rarity
of mobile genetic elements in the compared strains none-
theless supposes mechanisms to limit inclusion of foreign
DNA as previously proposed [31].

CRISPR/Cas systems represent supplementary
bacteriophage defense mechanisms for the species

L. monocytogenes

Chromosomes of L. monocytogenes contain parts of a
CRISPR/Cas-system implied in defense versus bacterio-
phages at three different loci (Additional file 7). These
were identified by a combination of PILER-CR 1.02,
CRT 1.1 and manual correction using BLASTN leading
to slightly higher counts of repeat/spacer modules than
previously published for strains 4a L99 and 1/2a EGD-e
[21,68,69] (Additional file 8).

All strains bear a putative remnant of a CRISPR-
system at ca. 0.5 Mb in strain 1/2a EGD-e which is not
associated with any cas genes [37]. The distribution of
spacers indicates, that ancestors of lineage I and II have
lost the cas genes necessary to create new spacers inside
this locus, leading to a relatively homogenous distribu-
tion, while strains of lineage III maintained this ability
for a period long enough to completely differentiate
their spacer sequences.

Locus 2 is located ca. 10kb adjacent to locus 1 and
resembles the Thermotoga neapolitana (Tneap) subtype
which consists of cas6, cstl, cst2, cas5t, cas3 and cas2
[70]. Homologues of this system exist in 4a L99, 7
SLCC2482 and 1/2b SLCC2755 at the same relative
chromosomal position and no sequence remnants could
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be identified in other chromosomes, suggesting the in-
sertion of this locus in a common ancestor of these
strains. Spacers are identical in strains 7 SLCC2482 and
1/2b SLCC2755, while 4a L99 shows a completely differ-
ent content.

Locus 3 is inserted into homologues of a lipoprotein
gene ([mo2595) located at ~2.7 Mb relative to the chromo-
some of reference strain 1/2a EGD-e. It was found to be
present in 1/2a SLCC5850, 7 SLCC2482, 1/2b SLCC2755
and 3b SLCC2540 without any local sequence homologies
in other strains, implying insertion into a common ances-
tor of the former strains. This locus was found to contain
csn2, cas2, casl and csnl and thus classified as subtype
Neisseria meningitidis (Nmeni). Spacer content of locus 3
is clonal for strains 7 SLCC2482 and 1/2b SLCC2755
while 1/2a SLCC5850 and 3b SLCC3540 display mostly
unique spacers, including a number of duplicates versus
listeriaphages A500 and A118. Locus 3 belongs to subtype
Nmeni which was previously described to rely on a trans-
encoded sRNA (tracrRNA) located upstream of c¢snl and
host factor RNase III in order to compensate for a missing
endoribonuclease gene [30]. We could exclusively identify
perfect matches of the 94 bp tracrRNA variant as
expressed by L. innocua Clip11262 in all compared strains
of L. monocytogenes bearing locus 3 at a position upstream
of csnl. We thus hypothesize, that this locus functions
according to the former principles and may only be able
to silence foreign nucleic acids inside a host which is able
to supply an RNase III enzyme.

All identifiable spacers (81/276) are directed versus
known listeriaphages or related composite prophages.
We also encountered multiple different spacers homolo-
gous to sequences of the same phage in the same array,
as well as identical duplications of one spacer. It is
tempting to speculate that inclusion of redundant spacer
sequences increases the likelihood of a successful defense
against the respective bacteriophage (ex.:. A118, A500,
B025). We never observed identical spacers to be present
in multiple arrays, indicating a clear separation of all loci.
No spacer was found to target chromosomal or plasmid
sequences of species L. monocytogenes apart from inte-
grated prophages, indicating that CRISPR/Cas does not
serve further regulatory roles facilitated by direct base-
pairing with target sequences [28,29].

In conclusion, we propose that an ancestor of genus
Listeria contained a functional CRISPR locus 1 (/100519-
Imo0520) that lost its associated cas genes during early
evolutionary events. Interestingly, this locus was previ-
ously described as trans-acting small non-coding RNA
RIiB in strain 1/2a EGD-e indicated in control of virulence
[35,37]. Thus, this remnant CRISPR array may have been
adapted for regulation in 1/2a EGD-e and possibly other
strains of the species. Five of 16 strains compared in this
work still contain at least one of two types of putatively
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functional CRISPR/Cas systems indicating an ongoing se-
lective pressure by bacteriophages. On the other hand,
presence or lack of such a system does not correlate with
number or type of prophages identified per strain and 11
strains neither bear a functional CRISPR/Cas system nor
an increase of other defense mechanisms such as restric-
tion modification systems (data not shown). We suggest
that CRISPR/Cas represents an additional line of defense
directed against bacteriophage attacks that can be gained
by horizontal gene transfer and seems to be effective only
for a subset of strains of genus Listeria. The variable
nature of CRISPR-arrays suggests their future use in diffe-
rentiating strains or lineages by typing procedures. Further
research will now be necessary to determine the operational
capability of locus 2 and 3 in the environment or host.

Phylogenies compared - relationships between lineages,
serogroups, serotypes and strains according to genomic
and genetic content
This analysis used the complete genomic sequences of 19
strains of genus Listeria including those of related species
being L. innocua 6a Clip11262, L. welshimeri 6b SLCC5334
and L. seeligeri 1/2b SLCC3954 to identify phylogenetic
relationships.

In order to enable phylogenetic clustering we created
a well-supported (bootstrap >80%) core-genome tree
based on an alignment of all concatenated core genes
(2018) of 19 strains using Mugsy [71] (Figure 3A/B).
This tree shows distances between strains based on
small adaptations inside mutually conserved genes,
which translate into an approximate timeline when as-
suming consistent rates of evolution. We found that
strains of species L. monocytogenes clustered inside
three clearly separated lineages in support of previous
observations [7,8]. Lineage III contains serotypes 4a
and 4c, lineage II includes 1/2a, 1/2¢, 3a and 3c and
lineage I bears strains of serotypes 1/2b, 3b, 4b, 4d, 4e
and 7. Differentiation leading to separate serotypes
apparently had little impact on the placement of
branches apart from the general lineage. We identified
the closest relationships between strains of different
serotypes being 1/2b SLCC2755, 7 SLCC2482 (termed
phylogenomic group 1 or PG1) and 4e SLCC2378, 4b
F2365 (PG2) in lineage I, as well as 1/2a EGD-e, 1/2¢
SLCC2372, 3¢ SLCC2479 (PG3) in lineage II, with the
exception of clonal strains 08—5578 and 08—5923 which
both belong to serotype 1/2a. There is a clear corre-
lation of PGs with previously determined CCs, whereby
PG1 strains were classified as CC3, PG2 strains as CCl1,
and PG3 strains as CC9 [7]. Strains of serotypes 4e and
4d were found on a branch displaying strain 4b L312 as
its oldest ancestor in support of a previous hypothesis
indicating serotype 4b as ancestral state for serotypes
4e and 4d [7].
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We additionally clustered all strains based on the
accessory gene content (presence/absence of 2953 genes)
to identify the impact of gene-scale indels, which
includes most horizontal gene transfer events [72]
(Figure 3C). This methodology was shown to be biased
towards a tree topology that parallels convergence in
lifestyle and thus displays a phenotypical relationship
among the compared strains [73]. The resulting tree was
found to be well supported (>80% bootstrap) with the
exception of the placement of branches neighboring the
central L. monocytogenes junction, implying early indels
and recombination that lead to inconsistent topologies.

If only gene gain and loss are taken into account,
lineages of L. monocytogenes are closely related to other
listerial species, indicating that large evolutionary time-
frames shown by the SNP-based core-genome tree
resulted in a low number of conserved gene-scale indels.

The opposite is apparent when considering phyloge-
nomic groups, which were found to be closely related in
the core-genome tree but to a much lesser degree con-
sidering gene content, implying a number of young
indels. Interestingly, phylogenomic groups are located at
the end of shorter common branches in the gene con-
tent tree, which is due to a small number of exclusively
conserved genes (PGI1: 28, PG2: 20, PG3: 22, primarily
hypothetical and truncated genes) (Additional file 1).
Thus, strains of phylogenomic groups can be considered
closely related but do not necessarily share the same
niche or phenotype. Other branches are supported by a
varying number of conserved and predominantly hypo-
thetical genes (ex. 4b L312, 4b F2365, 4d ATCC19117,
4e SLCC2378: 18 genes; 3b SLCC2540, 1/2b SLCC2755,
7 SLCC2482: 5 genes) that are distributed along the
chromosomes in small modules.

We identified three topological changes between core-
genome and gene content tree hinting at shared indels
that run contrary to the phylogenomic signal of core-
genome SNPs. Removal of genes related to mobile gen-
etic elements (34% of accessory genes) from the gene
content matrix resulted in a topology very similar to the
core-genome tree. Thus, large-scale insertions, which
resulted mainly from bacteriophage integration, run con-
trary to the “true” phylogenetic signal by inserting many
genes in one event as well as by putative parallel inser-
tions into different strains. The only remaining differ-
ence was observed considering a common branch for
strains of lineage III and apathogenic species, highlight-
ing small-scale indels as causative force. This supports a
previous hypothesis suggesting lineage III as a possible
deleterious intermediate state between lineages I/II and
apathogenic species [7,9,21,74,75].

Interestingly, the majority of accessory genes of species
L. monocytogenes were either scattered along the chromo-
somes (46%) or found inside hyper variable regions (20%
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Figure 3 Phylogenomic and -genetic trees. (A) Neighbor joining tree based on an alignment of 2018 mutually conserved core genes (amino
acid identity >60%, coverage >80%) of 19 strains of genus Listeria. Bootstrap support of 100 replicates was always found to be above 80% and
thus omitted. Lineages of L. monocytogenes are marked in roman letters and phylogenomic groups (PG) describe closely related strains. (B) Data
of panel A transformed to as cladogram to highlight branching. (C) Neighbor joining tree of gene content (presence/absence). Only bootstrap
support values below 80% (100 replicates) are indicated.

when excluding MGE) and thus likely originated from a
wide range of diversifying forces. Gradual change seems to
be a superior factor for the evolution of gene content of
Listeriae when compared to large-scale insertions of mul-
tiple genes by mobile elements.

In summary, tree topologies based on a core-genome
alignment and gene content were found to be highly
similar despite the obfuscating influence of mobile ge-
netic elements. Other studies on Rickettsia/Orienta spe-
cies and E.coli/Shigella found considerable differences in
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the respective phylogenies indicating more distinct evo-
lutionary histories for the gene repertoires involved
[44,76]. The relative correspondence of SNPs and gene-
scale indels in genus Listeria could be a result of diffe-
rential acquisition and loss of genes in accordance to
various evolutionary descents as previously described
considering other genera [77,78].

Frequent loss and disruption of known virulence-
associated genes may explain observed phenotypic
attenuations

About one third of the genes which displayed compel-
ling evidence for involvement in the infectious process
were found to be absent or to code for a truncated pro-
tein in at least one of the strains studied, putatively
impacting the disease phenotype (Additional file 9)
[18,19,79-84]. Rates of mortality of larvae in the Galleria
mellonella model system indicative of pathogenicity
showed that strains of serotype 4b killed most larvae,
followed by 1/2c¢ SLCC2372, 3a SLCC7179, 1/2a EGD-e,
1/2b SLCC2755, 3b SLCC2540 and 3c SLCC2479
(Figure 4, Additional file 10). The remaining strains dis-
played a low degree of pathogenicity in this model,
which was described to emulate many aspects of Listeria
infection seen in vertebrates [85]. Nonetheless, limits of
the insect model in forecasting effective human infection
become obvious regarding human listeriosis outbreak
strains 1/2a 08-5923/08-5578, which only lead to low
rates of host mortality following Galleria infection. Ap-
proximately half of the strains compared in this study
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were furthermore found to be virulence attenuated as
assessed by low invasion rates of epithelial cells [50].
Galleria mortality and HeLa cell invasion rates correlated
for 6 strains (1/2b SLCC2755, 4b 1312, 4c SLCC2376, 7
SLCC2482, 4e SLCC2378, 4d ATCC19117), while 4 strains
killed the majority of larvae without being able to invade
HeLa cells (3a SLCC7179, 3¢ SLCC2479, 1/2¢c SLCC2372,
3b SLCC2540). The latter observation indicates that the
respective strains are able to invade other cell types in
order to infect an invertebrate host. In order to assess
maximum growth rates in a rich medium, the compared
strains were furthermore grown in BHI medium at 37°C
(Additional file 11). The only outlier was found to be
strain 1/2a SLCC5850, which grew considerably slower
than the other strains.

In order to correlate phenotypes with genomic differ-
ences we performed detailed analyses of virulence-
associated genes that allow us to present hypotheses on
the evolutionary descent of these changes (Additional
file 12). In short, deletions affecting primary virulence
genes prfA (1/2a SLCC5850), plcA (3a SLCC7179), inlA
(3¢ SLCC2479), and inlB (4b F2365) were identified in
four strains [32,86]. A number of surface-associated
genes were found to be absent from strains of lineage III
and especially from strain 4a L99 [7-9,21,75]. Further
deletions which putatively interfere with regulation of
the SigB regulon during stress are related to genes rsbS
(1/2c SLCC2372), rsbV (4d ATCCI19117) and rsbU
(3c SLCC2379) [87-89]. The BHI growth attenuation of
1/2a SLCC5850 may result from the specific absence of

100 — 1 - - - ™
- B - - o 4c SLCC2376
A 4a 199
80 + 8a SLCC7179
X 3c SLCC2479
<O 1/2c SLCC2372
< V' 1/2a 08-5923
.. 607 X 1/2a 08-5578
% * 1/2a SLCC5850
é <$ 1/2a EGD-e
2 40 - @ 7 8LCC2482
X 1/2b SLCC2755
B 3b SLCC2540
”  4d ATCC19117
20 — 8 4e SLCC2378
B 4bL312
& 4b F2365
O —
Days post injection
Figure 4 Galleria mellonella mortality rates. Mortality rates of Galleria mellonella larvae over the course of seven days post injection. Respective
standard deviations can be found in the supplementary material (Additional file 10).
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12 genes found in all other compared strains, coding for
various proteins involved in energy production/conver-
sion and metabolism (Additional file 1).

In conclusion, strains of L. monocytogenes frequently
lose determinants of pathogenicity leading to virulence-
attenuated phenotypes, which may be advantageous in
some environments, especially considering lineage III
[7-9,21,75]. Interestingly, highly invasive and/or patho-
genic strains of serotypes 4b, 1/2a, 1/2b, and 1/2c also
displayed a range of deletions here, indicating a certain
amount of redundancy of these functions [18,31,32].

Distribution of surface-associated genes displays
conserved lineage-backbones with strain-specific
adaptations

A detailed examination was undertaken to spot relevant
patterns of presence or absence of surface-associated
genes mediating interaction with the environment and
the infected host, and to invoke evolutionary explana-
tions (Additional file 13, Additional file 14).

To conclude, genes bearing P60 or LysM domains
showed little variation among the strains studied
(Additional file 15) [22,23]. Between 6 and 16 non-core
lipoprotein coding genes were identified, indicating
some differentiation. These were frequently located in
chromosomal hotspots of horizontal gene transfer and
found inside or adjacent to prophage insertions, hinting
at putative methods of transmission. Interestingly, all
strains of epidemic lineage I show an exclusive gene
(LMOf2365_1974) with both LPXTG and GW domains,
which may become a future research target when con-
sidering the role of cell wall anchored modulators of
virulence or pathogenicity.

Internalins are involved in cell adhesion and invasion
of host cells and contain a leucine-rich repeat (LRR) do-
main indicated in protein-protein interaction (Additional
file 16) [24-26]. InlB B-repeats represent a hallmark of
previously described virulence-associated internalins
[90], and were identified in 15 clusters, thus increasing
the probability of the respective genes to be involved in
host-pathogen interaction. The distribution of putative
internalins revealed that only four of 42 homology clus-
ters are mutually conserved, confirming previous obser-
vations of diversity, especially considering lineages II and
III [91,92]. A number of known virulence-associated
internalins were absent in a subset of strains, putatively
resulting in a reduced number of infectable cell types
(lineage III: inlC and inlF, 4a L99: inlGHE, inll and inlj,
3c SLCC2479: inlA, 4b F2365: iniB) [9,21,32,75,92]. The
absence of inlC in strains of lineage III may have been
caused by a deleterious transposition moving two adjacent
lipoprotein coding genes (/m01264-5) by approximately
600kb to replace the internalin (Additional file 17). Inter-
estingly, we identified different versions of inlF and inlJ in
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lineage I as compared to lineages II/11I, putatively resulting
in different adhesion properties and implicated in host
tropism [93]. Only one internalin was found to be specific
and mutually conserved for lineage I (LMOf2365_0805), in-
dicating this gene for further research regarding virulence.

Taken together, we found that most surface-associated
genes are either mutually conserved or were likely present
in an early ancestor of a lineage, implying a fixed core-
functionality that is rarely complemented by strain-specific
additions confirming previous observations [22-24]. None-
theless, we identified a number of novel surface-associated
genes, including their distribution among all serotypes of
species L. monocytogenes, thereby presenting a pool of
candidates for future analysis considering virulence and
pathogenicity.

Ancestral genes of serotypes, serogroups and lineages
reveal new marker and virulence-associated genes while
strain-specific genes rarely represent an obvious
extension of functionality

In order to identify conserved ancestral genes which
may be important for the differentiation of lineages, we
collected genes that were found in all strains of a lineage
(>60% amino acid identity, >80% coverage) and absent in
all strains of other lineages (Additional file 18). Thus, 33
lineage-III-specific, 22 lineage-II-specific and 14 lineage-I-
specific core genes could be identified, which are largely
supported by previous microarray-based studies [9,47].
Due to analyses of genetic localization and sequence com-
position, we want to propose the hypothesis that ancestral
strains of lineage I and III diverged from lineage II by loss
of genes related to carbohydrate metabolism and gain of
hypothetical and surface-associated genes. This theory is
based on the following observations: (1) distinct lineage
core genes of lineage II predominantly include PTS sys-
tems and ABC transporters involved in carbohydrate me-
tabolism organized in three operon-like islands, while
those of lineages I and III mainly consist of scattered hypo-
thetical and surface-associated proteins, (2) specific core
genes of lineage II display no deviation from the average
G/C content of the respective chromosome or codon usage
disparities frequently associated with horizontal gene trans-
fer, (3) strains of lineages I and III contain putative se-
quence remnants of some of these genes (lmo0734,
Imo1060, ~60bp with >75% nucleotide identity), (4) neigh-
borhood and sequence of specific core genes of lineages I
and III show more ambiguous patterns including putative
insertions, especially considering surface-related proteins
(data not shown). According to this hypothesis, ancestral
strains of lineages I and III have lost genes related to carbo-
hydrate metabolism and instead gained genes coding for
surface-associated proteins serving different needs consid-
ering nutrients and interaction with the environment.
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The adaptation of strains of lineage III furthermore
included loss of genes implicated in food preservation mea-
sures, pathogenicity, or virulence as previously described
[9,10,21,48,94,95]. We identified 45 genes found to be con-
served in 13 out of 14 strains of predominantly human
listeriosis-related lineages I and II while being absent from
both strains of lineage III (Additional file 19). These com-
prise genes coding for 16 hypothetical proteins, 14
metabolic enzymes, 6 surface-associated proteins and 4
transcriptional regulators. Affected metabolic pathways in-
clude non-mevalonate isoprenoid, fructose and arginine
biosynthesis, as well as a nitroreductase and a hydrolase
[9,10,21,48,94,95]. Other genes related to stress resistance
exclusively conserved in these lineages include the intra-
cellularly up-regulated A118-like prophage rest also
known as monocin or I[ma-operon [21]. Furthermore,
lineage III does not contain genes coding for multiple
internalins and amidases associated with invasion (inlE
inlC, Imo0129, Imo0849) [9,21,47]. In summary, strains of
less virulent and less pathogenic lineage III mainly differ
from the other two lineages by loss of genes involved in
metabolism, stress resistance and surface-associated func-
tions implied in adaptation to the complex inter- and
intracellular environment inside the host, as well as resist-
ance towards food preservation measures [9,21,47].

We also tried to identify exclusive indels for ser-
ogroups or —types that are represented by at least two
strains in this analysis in order to uncover ancestral
sequences (Additional file 20). We found nine genes to
be specific for all strains of serogroup 4, while 16 genes
are specifically absent, most of which were already
described to be responsible for differences in teichoic
acid composition [32,95]. Neither strains of serogroups 3
or 1/2, nor of serotypes 1/2a or 4b show exclusive gene
indels, indicating that the respective variable antigens ei-
ther result from minor changes inside coding genes,
from differences located in intergenic regions (ex. pro-
moters, imperfect automatic prediction of ORFs, operon
structures, etc.) or from heterogeneous causes.

In order to assess the impact of recent adaptations,
strain-specific genes were examined (Additional file 21).
Between 11 (3¢ SLCC2479) and 177 (4a L99) genes per
strain were classified as specific, including 0 (4b L312) to
93 (4a L99) genes inserted by a set of previously deter-
mined mobile genetic elements dominated by specific pro-
phages. Up to 37 strain-specific genes were found to be
fragments of genes either split or truncated by the inser-
tion of a premature stop-codon (“pseudogenes”). Most of
these are transporters, metabolic enzymes or regulators
and in many cases associated with virulence or pathogen-
icity as described previously [8]. Strains 1/2a SLCC5850
and 7 SLCC2482 displayed an overrepresentation of frag-
mentary CDS, which may mark the recent onset of a
reductive adaptation. Strain 4b L312 was isolated from
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cheese and shows a specific insertion of an additional lac-
tose/cellobiose PTS (LMOL312_2315-20), which could
represent an adaptation to dairy products. A specific elem-
ent found in strain 3b SLCC2540 resembles the bacteri-
ocin transport and resistance system lantibiotic sublancin
168 (LMOSLCC2540_2733-40, up to 28% amino acid
identity at 100% coverage) [96]. We found no homologue
to the sunA bacteriocin peptide, suggesting either export
of a different bacteriocin or an exclusive function in
resistance to these molecules. Interestingly, eight non-
homologous restriction-modification systems were also
found to be strain-specific, confirming observations of
their “selfish” and competitive nature [97].

Small non-coding RNA candidates of L. monocytogenes
are largely conserved within the species

Previous transcriptomic analyses uncovered 210 regula-
tory sRNA candidates expressed in L. monocytogenes,
some of which have been implicated in adaptation to
iron limitation, oxidative stress, low temperature or
intracellular survival [35-41]. We identified homologues
of these in all compared strains in order to identify pat-
terns associated with evolutionary descent and possible
involvement in the infectious process using sRNAdb
[98] (Additional file 22).

Only 43 of these were found to be accessory sRNAs,
defined as being absent from at least one compared
strain, including 20 sRNAs that are only present in a
subset of strains of lineage II. Approximately half of
those differentially distributed sRNAs, that were previ-
ously suggested to be involved in virulence or pathogen-
icity by growth attenuation of deletion mutants in mice
(rli33-1, rli38, rli50) or by intracellular up-regulation in
macrophages (rli24, rli28, rli29, rliC, rli85, rli95, rli48,
rli98, rliG) were also exclusively present in a varying
subset of strains of lineage II [35,36]. It should be noted
that this subset never included strain 3a SLCC7179, im-
plying that ancestral strains of 3c SLCC2479, 1/2c
SLCC2372 and serotype 1/2a contained a specific range
of sRNAs in order to adapt to the environment and to
modulate the infectious process.

We found only rli38, rli62, and rliG to be specifically
present in strain 1/2a EGD-e, whereby the latter two
sRNAs inserted as part of specific prophage A118
(MGE-13). Transcriptional activation of prophage genes
was reported previously, but an impact on phenotype
due to prophage-related sSRNAs has still to be elucidated
in species L. monocytogenes [21,50].

Interestingly, strain 3a SLCC7179 shows a fragmented
homologue of ssrA (¢mRNA, 391/500 bp = 78% coverage)
necessary for the trans-translation of mRNAs that lack a
natural stop-codon. Some strains of E. coli contain an al-
ternative SRNA termed afrA (yhdL), which can serve as a
possible replacement but was found to be absent from all
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compared strains [99]. Thus, we speculate that either the
shortened ssrA gene is still functional or that species L.
monocytogenes or specifically strain 3a SLCC7179 harbor
another yet unknown system to recycle stalled ribosomes
and incomplete polypeptides.

In summary, evolution of small non-coding RNAs repre-
sents an ongoing process in species L. monocytogenes. This
excludes all riboswitches found to be mutually conserved
in all compared chromosomes, strengthening a hypothesis
implicating cis acting RNA regulation as an ancient mech-
anism [36]. Small non-coding RNA transcriptomic analysis
of strains of lineages I and III will now be required to
uncover their specific regulatory networks on this level.

LisDB — a comparative genomics server for the Listeria
research community

A large part of the analysis presented in this study is
based on the GECO comparative genomics software
[53]. We have created a public web-server that includes
all published chromosomes and plasmids of genus Lis-
teria, as well as a subset of genomes of related genera.
The main function of this tool is the identification of
homologous genes between replicons to uncover rela-
tionships of genomic regions or complete pan-genomic
distributions. These data can be visualized graphically
or exported in the form of tab-delimited lists. Among
the latter are matrices sorted for conservation in
selected replicons or for synteny according to a refer-
ence strain. Gene gain and loss between two replicons
can be identified and nucleotide or amino acid
sequences can be exported. GECO-LisDB is accessible
at the following address: http://bioinfo.mikrobio.med.
uni-giessen.de/geco2lisdb.

Conclusions

Listeria monocytogenes represents a well-characterized
pathogen and model system for infection research. Ex-
tension of fully sequenced genomes by 11 strains to in-
clude all serotypes of the species allowed evolutionary
analyses of unprecedented depth. Comparative examin-
ation in conjunction with public data revealed that (i)
the species pan-genome is highly stable but not closed,
(ii) accessory genes are mainly located in defined
chromosomal regions (nine hyper variable hotspots,
nine different prophages, three transposons, and two
mobilizable islands) constituting primary loci of gene-
scale species evolution, (iii) potentially functional
CRISPR/Cas systems of different subtypes are infre-
quent but may shape genome diversity, (iv) evolutionary
distances observed between lineages of L. monocyto-
genes and apathogenic species are mostly the result of
SNPs rather than gene-scale indels that are rarely com-
monly inherited, highlighting the potential impact of
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small-scale mutation on long-term development, (v) fre-
quent loss or truncation of genes described to be vital
for virulence or pathogenicity was confirmed as a recur-
ring pattern, especially for lineages II and III.

The presence or absence of genes among all serotypes
of species L. monocytogenes uncovered by this study will
be helpful for further diagnostic, phylogenetic and func-
tional research, and is assisted by the comparative
genomic GECO-LisDB analysis server (http://bioinfo.
mikrobio.med.uni-giessen.de/geco2lisdb).

Methods

Sequencing

The 11 isolates to be sequenced were selected to achieve
full coverage of serotypes of species L. monocytogenes as
previously characterized by MLST, PFGE, and MALDI-
TOF [7,100] (Table 1). DNA was purified per strain
using Epicentre’s MasterPure gram-positive DNA purifi-
cation kit as recommended by the manufacturer and ten
pg of genomic DNA were used for library-preparation
following the manufacturer's constructions (Roche 454
Life Science GS FLX Shotgun DNA Library manual).
Sequencing was performed on a 454 GS-FLX system
using GS FLX Standard Chemistry. Between 213437 and
297585 reads per strain were de novo assembled with the
GS Assembler (Newbler 1.1.03.24). The resulting contigs
were compared to published strains of L. monocytogenes
covering major lineages (eg. 4a L99, 1/2a EGD-e, 4b
F2365) using Mauve for scaffolding purposes. Differing
layouts were assessed manually and joined to a prelimin-
ary consensus order. PCR-based techniques followed to
close the remaining gaps partially assisted by Minimap
(unpublished software) to identify specific primer pairs.
This software combines BLASTN and Primer3 in order to
identify primer candidates located at the edge of each
contig. Primer candidates were selected to not target repe-
titious sequences (>70% nucleotide identity at >50% cover-
age). PCRs were sequenced with Sanger ABI Big Dye
technology (Applied Biosystems). Sanger reads were incor-
porated into the assembly using the GAP4 software pack-
age v4.11 and SeqMan (Lasergene 5). A total of 487 gaps
were closed this way resulting in finished sequences cov-
ered from either high-quality 454-reads or Sanger-reads.
The completed chromosomes achieved mean coverages
between 16-26x and 99.67-99.93% of the bases carried
Q40 or higher quality scores. The final gap in the chromo-
some of L. monocytogenes 7 SLCC2482 was marked with a
sequence of 100 Ns. Sequencing and finishing procedures
were carried out by the Goettingen Genomics Laboratory
(Goettingen, Germany), the Institute of Medical Microbiol-
ogy of the Justus-Liebig University (Giessen, Germany),
Roche (Germany), and Agowa (Berlin, Germany). All repli-
cons were deposited in the EMBL database (see Table 1 for
accession numbers).
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Annotation

Automatic annotation was performed by GenDB, which
includes steps for the identification of protein coding
sequences (CDS), rRNA and tRNA genes as well as simi-
larity searches against major gene and protein databases
[101]. The annotation was enriched using a separate bi-
directional best BLASTP step (>80% amino acid identity,
>90% coverage) to incorporate data from L. monocyto-
genes 4a L99 (EMBL-Bank: FM211688) and the surface
protein prediction software Augur using default parameters
[102]. Further annotation was extracted from publications
dealing with specific classes of genes such as CRISPR/Cas
[70] and known internalins [103]. All information obtained
was joined and mapped onto a list of clusters bearing all
genes of eleven strains (homology >80% amino acid
identity, >90% coverage) using GECO [53] and manually
curated according to the following rules with decreasing
relevancy: (1) homology to a known gene group (e.g. Cas,
internalin, surface-associated) (2) homology to a coding
sequence from strain 4a 199, (3) classification as a surface-
associated protein-coding gene according to Augur, (4) at
least partial homology (>60% amino acid identity, >80%
coverage) to a gene family found in Pfam [104] (5) or at
least partial homology (>60% amino acid identity, >80%
coverage) to a gene found in the NCBI nr database. A
manual scan of the complete chromosomes using the
GECO visualization interface revealed a number of genes
that were fragmented (at least 25% shorter than ortholo-
gous genes of reference strains 4a L99, 1/2a EGD-e, and 4b
F2365) due to the presence of premature stop-codons and
thus annotated as putative fragmentary genes. All auto-
matic annotations were adapted in order to achieve congru-
ent annotations for modules of genes. If no annotation was
possible according to these rules, the respective putative
protein-coding gene was labeled as a hypothetical protein.

Comparative analyses

Homologous coding sequences were identified by BLAS-
TCLUST [105] as implemented in the comparative gen-
omics software GECO [53]. The standard similarity
criterion was set to a minimum of 60% amino acid iden-
tity and 80% coverage of both proteins. Chromosomal
regions were checked manually using the comparative
genome browser of GECO in order to find orthologous
CDS which satisfied the homology criteria and were
located in a syntenic region in comparison to a reference
strain. In some cases a stricter analysis based on 80%
amino acid identity and 90% coverage was additionally
employed to reduce the number of false positives. In
order to avoid excessive redundancy, we denote only one
gene of a homologous cluster in brackets, which can be
further assessed using either the GECO LisDB server
(http://bioinfo.mikrobio.med.uni-giessen.de/geco2lisdb) or
the supplementary homology matrix (Additional file 1).
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Pan-genome analysis

The pan-genome size of L. monocytogenes was predicted
based on the chromosomes of 16 sequenced strains
compared in this study. We employed the standard
BLASTCLUST homology cutoff of 60% amino acid iden-
tity and 80% coverage for this analysis. Chromosomes
were added 10000 times in a randomized order without
replacement, and the number of core (mutually con-
served), and accessory (found in at least one but not all
strains) genes was noted using GECO. Since mean and me-
dian values for each step showed little variation, mean
numbers of gene classes were plotted. In order to predict a
possible future pan-genomic distribution for this species we
performed a power law fitting as described previously [55].

Identification of large insertions

The colinearity of chromosomes of L. monocytogenes
allowed a relatively simple method to identify large inser-
tions. First we masked the sequence inversion surrounding
the oriC in strain 08-5923 (LM5923_2737-0270) and 08—
5578 (LM5578_2788-0270) by reordering coding sequences
to follow the usual chromosomal layout as found in strain
1/2a EGD-e. CDS were then compared in a bidirectional
best BLASTP analysis using similarity criteria of more than
60% amino acid identity and 80% coverage of both CDS.
Core-CDS existing in all compared strains were identified
by single linkage clustering (AB + BC = ABC). All core-
CDS showing a break in the synteny (translocation, inver-
sion) relative to reference strain 1/2a EGD-e were removed
from the pool. Finally, the number of CDS located between
syntenic core-CDS was plotted as a bar chart per strain.
Exact borders of mobile genetic elements were identified
based on annotation, deviation of GC-content and com-
parative analysis with sequenced phages and strains of
genus Listeria.

CRISPR/Cas analysis

Spacer/repeat-arrays were identified with PILER-CR 1.02
and CRT 1.1 using standard parameters with the excep-
tion of maximum repeat length, which was increased to
40 [68,69]. Resulting arrays were combined and controlled
manually leading to the removal of eleven false positives
inside LRR- and LPXTG-domain containing coding
sequences. Consensus sequences of repeats of remaining loci
were employed for a BLASTN search versus chromosomes
of all strains resulting in the identification of multiple decay-
ing spacer/repeat modules that had been ignored by Piler
and CRT due to repeat sequence mismatches of up to 20%.
Spacers were compared to 10 published bacteriophages of
genus Listeria (A006: NC_009815, A118: NC_003216, A500:
NC_003216, A511: NC_009811, B025: NC_009812, B054:
NC_009813, P100: NC_009813, P35: NC_009814, P40:
EU855793, PSA: NC_003291), 16 chromosomes and 4 plas-
mids of strains of this study and the NCBI nt-database using
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BLASTN. Alignments showing up to 1 mismatch were
deemed homologous. Finally, all spacers where compared to
each other using BLASTCLUST considering perfect
matches only and mapped to mirror the order of
spacers inside the respective loci to visualize the degree
of relatedness (Additional file 3, software BlastclustTo-
Matrix available upon request). Softening of the hom-
ology cutoffs to 80% nucleotide identity at 80% coverage
did not result in a meaningful increase of matches.
cas genes were identified by sequence homology to
published data found in the NCBI NT database and
Pfam [104].

Phylogeny

A phylogenetic core-genome tree was created based on
mutually conserved core CDS of all compared strains
including out-group strains L. innocua 6a Clip11262, L.
welshimeri 6b SLCC5334 and L. seeligeri 1/2b SLCC3954.
These were extracted from a GECO homology matrix
(amino acid identity >60%, coverage > 80%) (Additional
file 1) following removal of all clusters showing paralo-
gues. A total of 2018 protein coding genes were concate-
nated resulting in approximately 2 Mb of nucleotide
sequence information per strain. The data was aligned
using Mugsy [71] and resulting locally collinear blocks
were joined per strain and imported into MEGA5 and
SplitsTree4 [106,107]. Based on the alignment we created
multiple phylogenomic trees (maximum parsimony, mini-
mum evolution, neighbor joining) including 100 bootstrap
replicates. Since tree topology was identical in all cases
and relative branch lengths showed little variation, we only
present trees based on the neighbor joining algorithm.

In order to identify the impact of indels on phylogeny
we built a second tree based on the presence and
absence of 2953 accessory genes using GeneContent
[72]. Distance between strains was calculated with the
Jaccard coefficient [108] and a tree was inferred using
the neighbor joining reconstruction method including
100 bootstrap replicates.

Identification of surface-associated genes and putative
internalins

Surface-associated genes were identified based on sequence
similarity to known motifs (P60, LysM, GW, LRR, LPXTG,
lipo) using various Hidden Markov Models (HMM) and
SignalP as implemented by Augur [102]. A domain was
considered present if HMM e-value < 10 and HMM score
> 5. All surface-associated homology matrices were created
using a higher standard cutoff (80% amino acid identity,
90% coverage) in order to achieve a higher degree of reso-
lution and thus identify even small amounts of sequence
dissimilarity. Clusters showing paralogous CDS were
manually split according to a GECO synteny analysis.

Page 15 of 19

All CDS containing a leucine rich repeat (LRR) domain
were assumed to be putative internalins and checked for
the presence of a signal peptide. False positives and nega-
tives as revealed by synteny analysis were corrected manu-
ally and the homology cutoff was reduced to 50% identity
and 40% coverage if necessary. Apprehension of internalin-
types based on predicted internalins from a previous study
[103] as well as domains identified by Augur completed
the analysis.

Measurement of bacterial growth

Bacterial cultures were grown over night at 37°C in brain
heart infusion broth (BHI) and diluted 1:200 the next
day for fresh cultures. Automated measuring at 37°C
was performed using the Infinite 200 plate reader
(Tecan) in 96-well plates with 150 ul volume/well.

Galleria mellonella infection model

In order to assess the degree of pathogenicity of the 16
strains studied, the insect model Galleria mellonella was
employed [85]. While this model is unable to mimic all fea-
tures of vertebrate hosts, a number of listerial virulence
genes are generally needed for infection in mammals as
well as in invertebrates. In short, bacteria were serially
diluted using 0.9% NaCl to a concentration of 10° cells/ml.
The dilution was plated out on BHI agar plates to calculate
the inoculum injected. Ten pl (10° bacteria) inoculum were
injected dorsolaterally into the hemocoel of last instar lar-
vae using 1 ml disposable syringes and 0.4 x 20mm needles
mounted on a microapplicator as described previously.
After injection, larvae were incubated at 37°C. Larvae were
considered dead when they showed no movement in re-
sponse to touch. No mortality of Galleria larvae were
recorded when injected with 0.9% NaCl. Two different ver-
sions of these independent experiments were conducted.
Strains 1/2a 08-5923, 1/2a 08-5578, 1/2a SLCC5850 and
4b F2365 were injected into 10 animals each and the ex-
periment was performed 2 times per strain. The remaining
strains were injected into 20 animals each including 3 repe-
titions. Mean percental mortality rates of 2 x 10 and 3 x 20
larvae were noted, respectively.

Analyses of sRNAs

Multiple studies have previously determined small non-
coding RNA candidates of species L. monocytogenes that
were classified as intergenic sRNAs, antisense sSRNAs, or
cis-regulatory RNAs (including riboswitches) [35-41]. A
consensus list was created, whereby candidate sRNAs
overlapping by at least 50% were merged to one putative
long transcript. Homologues of these 210 sRNA candi-
dates were identified in all compared strains using a
minimum BLASTN cutoff of 60% nucleotide identity
and 80% coverage as applied by the sRNAdb software
[98] (Additional file 22).
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Additional files

Additional file 1: Species homology matrices. General homology
matrices showing the distribution of all coding sequences among 16
strains of species L. monocytogenes and 19 strains of genus Listeria at
different cutoffs. This table is sorted for maximum conservation (core
genes = top, specific genes = bottom).

Additional file 2: Insertional hotspot ranges. Hotspots showing at
least three separate insertions denoted by locustag ranges.

Additional file 3: Comparative genomic GECO figures of hyper
variable hotspots. Comparative GECO depictions of insertional hotspots
highlighting extensive mosaicism.

Additional file 4: Mobile genetic elements. Distribution of mobile
genetic elements ordered by relative position in the chromosome of L.
monocytogenes 1/2a EGD-e.

Additional file 5: Comparative genomic GECO figures of
transposons ICELm1 and TN554. Comparative GECO depiction using a
homology measure of 60% amino acid identity and 80% coverage.
Displays content and conservation of two transposons.

Additional file 6: Comparative genomic GECO figures of 1S3
elements. Comparative GECO depiction using a homology measure of
60% amino acid identity and 80% coverage. Displays duplication of 1S3-
like transposon.

Additional file 7: Comparative genomic GECO figure of CRISPR/Cas
loci. Comparative GECO depictions of three CRISPR/Cas loci using a
minimum CDS homology measure of 60% amino acid identity and 80%
coverage.Cas genes and spacer/repeat arrays are framed. Locus 1
displayed no associated Cas genes. Locus 3 includes a trans-acting sRNA
called tracrRNA that was described to compensate for a missing
endoribonuclease in conjunction with host factor RNase |II.

Additional file 8: CRISPR/Cas loci. Homology matrices and positions of
CRISPR/Cas genes and associated arrays of three loci. Spacers were
additionally mapped versus the NCBI nt database to identify possible
target sequences.

Additional file 9: Known virulence genes. Homology matrix of known
virulence genes.

Additional file 10: Galleria standard deviations. Standard deviations
calculated for independent experiments considering mortality rates of
Galleria mellonella larvae over the course of seven days post infection.

Additional file 11: Growth curves BHI. Growth of L. monocytogenes in
BHI medium at 37°C.

Additional file 12: Detailed analyses of reductive evolution of
virulence-associated genes. In-depth information about previously
described virulence and pathogenicity indicated genes that are absent or
truncated in one of the compared strains.

Additional file 13: Plot of Surface-associated CDS. Bar plot depicting
the distribution of all surface-associated protein coding genes among
studied strains.

Additional file 14: Distribution of surface-associated genes displays
conserved lineage-backbones with strain-specific adaptations.
Detailed analysis of presence and absence of surface-associated genes.

Additional file 15: Surface-associated CDS. Homology matrices of
genes containing a surface-associated domain (NLPC/p60, LysM, GW, LRR,
LPXTG, Lipobox, signal peptide).

Additional file 16: Internalins. Homology matrix of genes containing a
leucine rich repeat domain and an optional signal peptide.

Additional file 17: Putative transposition of lipoproteins Imo1264-5
in lineage Ill. Comparative GECO depiction using a homology measure
of 80% amino acid identity and 90% coverage. Displays the putative
transposition of lipoproteins Imo1264-5 in lineage Il into the locus that
putatively held in/C previously.

Additional file 18: Lineage-specific CDS. Homology matrix of coding
genes specifically present in one lineage.
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Additional file 19: Lineage I/l exclusive CDS. Homology matrix of
genes conserved in 13/14 strains of lineages | and Il, while being absent
from both strains of lineage IIl.

Additional file 20: Serogroup and -type ancestral indels. Homology
matrix of CDS found to be commonly present or absent (ancestral indel)
for either one or multiple serogroups or -types.

Additional file 21: Strain-specific CDS. Homology matrix of coding
genes specifically present in one strain.

Additional file 22: Small non-coding regulatory RNAs. Homology
matrix of SRNA candidates.

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

Authors’ contributions

CK carried out bioinformatic tasks related to the sequencing process,
performed annotation and comparative analyses and drafted the manuscript.
AB participated in the annotation and bioinformatic analyses and assisted in
drafting the manuscript. MM performed phenotypic experiments. AS
performed the genomic sequencing. AG participated in the design of the
study. RD participated in the design of the study. SB assisted in drafting the
manuscript. TH conceived of the study, participated in its design and
coordination and assisted in drafting the manuscript. TC participated in the
design of the study and assisted in drafting the manuscript. All authors read
and approved the final manuscript.

Acknowledgements

This project was funded by the German Federal Ministry of Education and
Research through ERA-NET program grants sncRNAomics and SPATELIS, and
the LOEWE program of the state Hessia collaborative research project Insect
Biotechnology to T. H. and T. C, as well as the German Centre for Infection
Research, Justus-Liebig University Giessen.

We thank Sonja Voget, who performed the majority of the sequencing
experiments that this project is based on and Anita Hoeland, who
constructed data visualizations. We would also like to acknowledge Mark
Achtman and Jana Haase for retrieving information about isolates stored in
the Listeria Culture Collection (SLCQ). Jordan Pischimarov, Julian Krauskopf,
and Sebastian Oehm assisted in genome annotation and Keith Jolley created
a BIGSdb database for MLST classification. Last but not least, we would like
to thank Alexandra Amend, Claudia Z6rb, Nelli Schklarenko and Burkhard
Linke for excellent technical assistance.

Author details

TInstitute of Medical Microbiology, German Centre for Infection Research,
Justus-Liebig-University, D-35392, Giessen, Germany. “Department of
Genomic and Applied Microbiology and Goettingen Genomics Laboratory,
Institute of Microbiology and Genetics, Georg-August University Goettingen,
Grisebachstrasse 8, D-37077, Goettingen, Germany. 3Bioinformatics Resource
Facility, Center for Biotechnology, Bielefeld University, D-33549, Bielefeld,
Germany. #CAR Research Complex for Goa, Ela, Old Goa 403402, India.

Received: 7 September 2012 Accepted: 15 December 2012
Published: 22 January 2013

References

1.

Schmid MW, Ng EY, Lampidis R, Emmerth M, Walcher M, Kreft J, Goebel W,
Wagner M, Schleifer KH: Evolutionary history of the genus Listeria and its
virulence genes. Syst Appl Microbiol 2005, 28:1-18.

Graves LM, Helsel LO, Steigerwalt AG, Morey RE, Daneshvar MI, Roof SE, Orsi
RH, Fortes ED, Milillo SR, den Bakker HC, et al: Listeria marthii sp. nov.,
isolated from the natural environment, Finger Lakes National Forest.

Int J Syst Evol Microbiol 2010, 60:1280-1288.

Leclercg A, Clermont D, Bizet C, Grimont PA, Le Fleche-Mateos A, Roche SM,
Buchrieser C, Cadet-Daniel V, Le MA, Lecuit M, et al- Listeria rocourtiae sp.
nov. Int J Syst Evol Microbiol 2010, 60:2210-2214.

Vazquez-Boland JA, Kuhn M, Berche P, Chakraborty T, Dominguez-Bernal G,
Goebel W, Gonzalez-Zorn B, Wehland J, Kreft J: Listeria pathogenesis and
molecular virulence determinants. Clin Microbiol Rev 2001, 14:584-640.


http://www.biomedcentral.com/content/supplementary/1471-2164-14-47-S1.xls
http://www.biomedcentral.com/content/supplementary/1471-2164-14-47-S2.xls
http://www.biomedcentral.com/content/supplementary/1471-2164-14-47-S3.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-14-47-S4.xls
http://www.biomedcentral.com/content/supplementary/1471-2164-14-47-S5.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-14-47-S6.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-14-47-S7.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-14-47-S8.xls
http://www.biomedcentral.com/content/supplementary/1471-2164-14-47-S9.xls
http://www.biomedcentral.com/content/supplementary/1471-2164-14-47-S10.xls
http://www.biomedcentral.com/content/supplementary/1471-2164-14-47-S11.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-14-47-S12.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-14-47-S13.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-14-47-S14.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-14-47-S15.xls
http://www.biomedcentral.com/content/supplementary/1471-2164-14-47-S16.xls
http://www.biomedcentral.com/content/supplementary/1471-2164-14-47-S17.pdf
http://www.biomedcentral.com/content/supplementary/1471-2164-14-47-S18.xls
http://www.biomedcentral.com/content/supplementary/1471-2164-14-47-S19.xls
http://www.biomedcentral.com/content/supplementary/1471-2164-14-47-S20.xls
http://www.biomedcentral.com/content/supplementary/1471-2164-14-47-S21.xls
http://www.biomedcentral.com/content/supplementary/1471-2164-14-47-S22.xls

Kuenne et al. BMC Genomics 2013, 14:47
http://www.biomedcentral.com/1471-2164/14/47

20.

21,

22.

23.

24.

25.

26.

27.

Allerberger F, Wagner M: Listeriosis: a resurgent foodborne infection. Clin
Microbiol Infect 2010, 16:16-23.

Mead PS, Slutsker L, Dietz V, McCaig LF, Bresee JS, Shapiro C, Griffin PM,
Tauxe RV: Food-related illness and death in the United States. Fmerg
Infect Dis 1999, 5:607-625.

Ragon M, Wirth T, Hollandt F, Lavenir R, Lecuit M, Le MA, Brisse S: A new
perspective on Listeria monocytogenes evolution. PLoS Pathog 2008,
4:21000146.

Orsi RH, den Bakker HC, Wiedmann M: Listeria monocytogenes lineages:
genomics, evolution, ecology, and phenotypic characteristics. Int J Med
Microbiol 2011, 301:79-96.

Doumith M, Cazalet C, Simoes N, Frangeul L, Jacquet C, Kunst F, Martin P,
Cossart P, Glaser P, Buchrieser C: New aspects regarding evolution and
virulence of Listeria monocytogenes revealed by comparative genomics
and DNA arrays. Infect Immun 2004, 72:1072-1083.

den Bakker HC, Didelot X, Fortes ED, Nightingale KK, Wiedmann M: Lineage
specific recombination rates and microevolution in Listeria
monocytogenes. BMC Evol Biol 2008, 8:277.

Orsi RH, Sun Q, Wiedmann M: Genome-wide analyses reveal lineage
specific contributions of positive selection and recombination to the
evolution of Listeria monocytogenes. BMC Evol Biol 2008, 8:233.

Kuenne C, Voget S, Pischimarov J, Oehm S, Goesmann A, Daniel R, Hain T,
Chakraborty T: Comparative analysis of plasmids in the genus Listeria.
PLoS One 2010, 5:e12511.

Roche SM, Gracieux P, Milohanic E, Albert |, Virlogeux-Payant I, Temoin S,
Grepinet O, Kerouanton A, Jacquet C, Cossart P, et al- Investigation of
specific substitutions in virulence genes characterizing phenotypic
groups of low-virulence field strains of Listeria monocytogenes.

Appl Environ Microbiol 2005, 71:6039-6048.

Swaminathan B, Gerner-Smidt P: The epidemiology of human listeriosis.
Microbes Infect 2007, 9:1236-1243.

Portnoy DA, Chakraborty T, Goebel W, Cossart P: Molecular determinants
of Listeria monocytogenes pathogenesis. Infect Immun 1992, 60:1263-1267.
Hamon M, Bierne H, Cossart P: Listeria monocytogenes: a multifaceted
model. Nat Rev Microbiol 2006, 4:423-434.

Dominguez-Bernal G, Muller-Altrock S, Gonzalez-Zorn B, Scortti M, Herrmann
P, Monzo HJ, Lacharme L, Kreft J, Vazquez-Boland JA: A spontaneous
genomic deletion in Listeria ivanovii identifies LIPI-2, a species-specific
pathogenicity island encoding sphingomyelinase and numerous
internalins. Mol Microbiol 2006, 59:415-432.

Cotter PD, Draper LA, Lawton EM, Daly KM, Groeger DS, Casey PG, Ross RP,
Hill C: Listeriolysin S, a novel peptide haemolysin associated with a
subset of lineage | Listeria monocytogenes. PLoS Pathog 2008, 4:21000144.
Camejo A, Buchrieser C, Couve E, Carvalho F, Reis O, Ferreira P, Sousa S,
Cossart P, Cabanes D: In vivo transcriptional profiling of Listeria
monocytogenes and mutagenesis identify new virulence factors involved
in infection. PLoS Pathog 2009, 5:21000449.

Mohamed W, Sethi S, Darji A, Mraheil MA, Hain T, Chakraborty T: Antibody
targeting the ferritin-like protein controls Listeria infection. Infect Immun
2010, 78:3306-3314.

Hain T, Ghai R, Billion A, Kuenne CT, Steinweg C, Izar B, Mohamed W,
Mraheil MA, Domann E, Schaffrath S, et al: Comparative genomics and
transcriptomics of lineages |, Il, and Ill strains of Listeria monocytogenes.
BMC Genomics 2012, 13:144.

Cabanes D, Dehoux P, Dussurget O, Frangeul L, Cossart P: Surface proteins
and the pathogenic potential of Listeria monocytogenes. Trends Microbiol
2002, 10:238-245.

Bierne H, Cossart P: Listeria monocytogenes surface proteins: from
genome predictions to function. Microbiol Mol Biol Rev 2007,
71:377-397.

Milillo SR, Wiedmann M: Contributions of six lineage-specific internalin-
like genes to invasion efficiency of Listeria monocytogenes. Foodborne
Pathog Dis 2009, 6:57-70.

Kasamatsu J, Suzuki T, Ishijima J, Matsuda Y, Kasahara M: Two variable
lymphocyte receptor genes of the inshore hagfish are located far apart
on the same chromosome. Immunogenetics 2007, 59:329-331.

Boehm T: Design principles of adaptive immune systems. Nat Rev
Immunol 2011, 11:307-317.

Makarova KS, Haft DH, Barrangou R, Brouns SJ, Charpentier E, Horvath P,
Moineau S, Mojica FJ, Wolf Y1, Yakunin AF, et al: Evolution and classification
of the CRISPR-Cas systems. Nat Rev Microbiol 2011, 9:467-477.

28.

29.

30.

31

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

45.

46.

Page 17 of 19

Aklujkar M, Lovley DR: Interference with histidyl-tRNA synthetase by a
CRISPR spacer sequence as a factor in the evolution of Pelobacter
carbinolicus. BMC Evol Biol 2010, 10:230.

Stern A, Keren L, Wurtzel O, Amitai G, Sorek R: Self-targeting by
CRISPR: gene regulation or autoimmunity? Trends Genet 2010,
26:335-340.

Deltcheva E, Chylinski K, Sharma CM, Gonzales K, Chao Y, Pirzada ZA, Eckert
MR, Vogel J, Charpentier E: CRISPR RNA maturation by trans-encoded
small RNA and host factor RNase lIl. Nature 2011, 471:602-607.

den Bakker HC, Cummings CA, Ferreira V, Vatta P, Orsi RH, Degoricija L,
Barker M, Petrauskene O, Furtado MR, Wiedmann M: Comparative
genomics of the bacterial genus Listeria: Genome evolution is
characterized by limited gene acquisition and limited gene loss.

BMC Genomics 2010, 11:688.

Nelson KE, Fouts DE, Mongodin EF, Ravel J, Deboy RT, Kolonay JF, Rasko DA,
Angiuoli SV, Gill SR, Paulsen [T, et al: Whole genome comparisons of
serotype 4b and 1/2a strains of the food-borne pathogen Listeria
monocytogenes reveal new insights into the core genome components
of this species. Nucleic Acids Res 2004, 32:2386-2395.

Mraheil MA, Billion A, Kuenne C, Pischimarov J, Kreikemeyer B, Engelmann S,
Hartke A, Giard JC, Rupnik M, Vorwerk S, et al: Comparative genome-wide
analysis of small RNAs of major Gram-positive pathogens: from
identification to application. Microb Biotechnol 2010, 3:658-676.

Storz G, Opdyke JA, Zhang A: Controlling mRNA stability and translation
with small, noncoding RNAs. Curr Opin Microbiol 2004, 7:140-144,
Toledo-Arana A, Dussurget O, Nikitas G, Sesto N, Guet-Revillet H, Balestrino D,
Loh E, Gripenland J, Tiensuu T, Vaitkevicius K, et al- The Listeria transcriptional
landscape from saprophytism to virulence. Nature 2009, 459:950-956.
Mraheil MA, Billion A, Mohamed W, Mukherjee K, Kuenne C, Pischimarov J,
Krawitz C, Retey J, Hartsch T, Chakraborty T, et al: The intracellular sSRNA
transcriptome of Listeria monocytogenes during growth in macrophages.
Nucleic Acids Res 2011, 39:4235-4248.

Mandin P, Repoila F, Vergassola M, Geissmann T, Cossart P: Identification of
new noncoding RNAs in Listeria monocytogenes and prediction of mRNA
targets. Nucleic Acids Res 2007, 35:962-974.

Christiansen JK, Nielsen JS, Ebersbach T, Valentin-Hansen P, Sogaard-
Andersen L, Kallipolitis BH: Identification of small Hfg-binding RNAs in
Listeria monocytogenes. RNA 2006, 12:1383-1396.

Wurtzel O, Sesto N, Mellin JR, Karunker |, Edelheit S, Becavin C, Archambaud
C, Cossart P, Sorek R: Comparative transcriptomics of pathogenic and
non-pathogenic Listeria species. Mol Syst Biol 2012, 8:583. doi:10.1038/
msb.2012.11.:583.

Oliver HF, Orsi RH, Ponnala L, Keich U, Wang W, Sun Q, Cartinhour SW,
Filiatrault MJ, Wiedmann M, Boor KJ: Deep RNA sequencing of Listeria
monocytogenes reveals overlapping and extensive stationary phase and
sigma B-dependent transcriptomes, including multiple highly
transcribed noncoding RNAs. BMC Genomics 2009, 10:641. doi:10.1186/
1471-2164-10-641.

Nielsen JS, Olsen AS, Bonde M, Valentin-Hansen P, Kallipolitis BH:
Identification of a sigma B-dependent small noncoding RNA in Listeria
monocytogenes. J Bacteriol 2008, 190:6264-6270.

Tettelin H, Masignani V, Cieslewicz MJ, Donati C, Medini D, Ward NL,
Angiuoli SV, Crabtree J, Jones AL, Durkin AS, et al: Genome analysis of
multiple pathogenic isolates of Streptococcus agalactiae: implications for
the microbial "pan-genome". Proc Natl Acad Sci U S A 2005,
102:13950-13955.

Hiller NL, Janto B, Hogg JS, Boissy R, Yu S, Powell E, Keefe R, Ehrlich NE,
Shen K, Hayes J, et al. Comparative genomic analyses of seventeen
Streptococcus pneumoniae strains: insights into the pneumococcal
supragenome. J Bacteriol 2007, 189:8186-8195.

Touchon M, Hoede C, Tenaillon O, Barbe V, Baeriswyl S, Bidet P, Bingen E,
Bonacorsi S, Bouchier C, Bouvet O, et al: Organised genome dynamics in
the Escherichia coli species results in highly diverse adaptive paths.

PLoS Genet 2009, 5:21000344.

Lefebure T, Stanhope MJ: Evolution of the core and pan-genome of
Streptococcus: positive selection, recombination, and genome
composition. Genome Biol 2007, 8:R71.

Hogg JS, Hu FZ, Janto B, Boissy R, Hayes J, Keefe R, Post JC, Ehrlich GD:
Characterization and modeling of the Haemophilus influenzae core and
supragenomes based on the complete genomic sequences of Rd and 12
clinical nontypeable strains. Genome Biol 2007, 8:R103.


http://dx.doi.org/10.1038/msb.2012.11.:583
http://dx.doi.org/10.1038/msb.2012.11.:583
http://dx.doi.org/10.1186/1471-2164-10-641
http://dx.doi.org/10.1186/1471-2164-10-641

Kuenne et al. BMC Genomics 2013, 14:47
http://www.biomedcentral.com/1471-2164/14/47

47.

48.

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

62.

63.

64.

65.

66.

67.

68.

69.

Deng X, Phillippy AM, Li Z, Salzberg SL, Zhang W: Probing the pan-
genome of Listeria monocytogenes: new insights into intraspecific niche
expansion and genomic diversification. BMC Genomics 2010, 11:500.

Glaser P, Frangeul L, Buchrieser C, Rusniok C, Amend A, Baquero F, Berche P,

Bloecker H, Brandt P, Chakraborty T, et al: Comparative genomics of
Listeria species. Science 2001, 294:849-852.

Gilmour MW, Graham M, Van DG, Tyler S, Kent H, Trout-Yakel KM, Larios O,
Allen V, Lee B, Nadon C: High-throughput genome sequencing of two
Listeria monocytogenes clinical isolates during a large foodborne
outbreak. BMC Genomics 2010, 11:120.

Chatterjee SS, Otten S, Hain T, Lingnau A, Carl UD, Wehland J, Domann E,
Chakraborty T: Invasiveness is a variable and heterogeneous phenotype
in Listeria monocytogenes serotype strains. Int J Med Microbiol 2006,
296:277-286.

Haase JK, Murphy RA, Choudhury KR, Achtman M: Revival of Seeliger's
historical 'Special listeria culture Collection'. Environ Microbiol 2011,
13:3163-3171.

Mainou-Fowler T, MacGowan AP, Postlethwaite R: Virulence of Listeria spp.:

course of infection in resistant and susceptible mice. J Med Microbiol
1988, 27:131-140.

Kuenne CT, Ghai R, Chakraborty T, Hain T: GECO-linear visualization for
comparative genomics. Bioinformatics 2007, 23:125-126.

Jolley KA, Maiden MC: BIGSdb: Scalable analysis of bacterial genome
variation at the population level. BVC Bioinforma 2010, 11:595.

Tettelin H, Riley D, Cattuto C, Medini D: Comparative genomics: the
bacterial pan-genome. Curr Opin Microbiol 2008, 11:472-477.

Phillippy AM, Deng X, Zhang W, Salzberg SL: Efficient oligonucleotide
probe selection for pan-genomic tiling arrays. BMC Bioinforma 2009,
10:293.

Cossart P, Archambaud C: The bacterial pathogen Listeria monocytogenes:
an emerging model in prokaryotic transcriptomics. J Biol 2009, 8:107.
Hain T, Steinweg C, Kuenne CT, Billion A, Ghai R, Chatterjee SS, Domann E,
Karst U, Goesmann A, Bekel T, et al: Whole-genome sequence of Listeria
welshimeri reveals common steps in genome reduction with Listeria
innocua as compared to Listeria monocytogenes. J Bacteriol 2006,
188:7405-7415.

Loessner MJ, Inman RB, Lauer P, Calendar R: Complete nucleotide
sequence, molecular analysis and genome structure of bacteriophage
A118 of Listeria monocytogenes: implications for phage evolution.

Mol Microbiol 2000, 35:324-340.

Promadej N, Fiedler F, Cossart P, Dramsi S, Kathariou S: Cell wall teichoic
acid glycosylation in Listeria monocytogenes serotype 4b requires gtcA, a
novel, serogroup-specific gene. J Bacteriol 1999, 181:418-425.

Burrus V, Pavlovic G, Decaris B, Guedon G: The ICESt1 element of
Streptococcus thermophilus belongs to a large family of integrative and
conjugative elements that exchange modules and change their
specificity of integration. Plasmid 2002, 48:77-97.

Pei L, Palma M, Nilsson M, Guss B, Flock JI: Functional studies of a
fibrinogen binding protein from Staphylococcus epidermidis. Infect Immun
1999, 67:4525-4530.

Blatny JM, Godager L, Lunde M, Nes IF: Complete genome sequence of
the Lactococcus lactis temperate phage philLC3: comparative analysis of
phiLC3 and its relatives in lactococci and streptococci. Virology 2004,
318:231-244.

Orsi RH, Borowsky ML, Lauer P, Young SK, Nusbaum C, Galagan JE, Birren
BW, Ivy RA, Sun Q, Graves LM, et al: Short-term genome evolution of
Listeria monocytogenes in a non-controlled environment. BMC Genomics
2008, 9:539.

Rabinovich L, Sigal N, Borovok |, Nir-Paz R, Herskovits AA: Prophage
excision activates Listeria competence genes that promote phagosomal
escape and virulence. Cell 2012, 150:792-802.

Chan YC, Raengpradub S, Boor KJ, Wiedmann M: Microarray-based
characterization of the Listeria monocytogenes cold regulon in log- and
stationary-phase cells. Appl Environ Microbiol 2007, 73:6484-6498.
Schaferkordt S, Chakraborty T: Identification, cloning, and characterization
of the Ima operon, whose gene products are unique to Listeria
monocytogenes. J Bacteriol 1997, 179:2707-2716.

Edgar RC: PILER-CR: fast and accurate identification of CRISPR repeats.
BMC Bioinforma 2007, 8:18.

Bland C, Ramsey TL, Sabree F, Lowe M, Brown K, Kyrpides NC, Hugenholtz P:

CRISPR recognition tool (CRT): a tool for automatic detection of

70.

71.

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

85.

86.

87.

88.

89.

90.

91.

Page 18 of 19

clustered regularly interspaced palindromic repeats. BVC Bioinforma
2007, 8:209.

Haft DH, Selengut J, Mongodin EF, Nelson KE: A guild of 45 CRISPR-
associated (Cas) protein families and multiple CRISPR/Cas subtypes exist
in prokaryotic genomes. PLoS Comput Biol 2005, 1:60.

Angiuoli SV, Salzberg SL: Mugsy: fast multiple alignment of closely related
whole genomes. Bioinformatics 2011, 27:334-342.

Gu X, Zhang H: Genome phylogenetic analysis based on extended gene
contents. Mol Biol Evol 2004, 21:1401-1408.

Dutilh BE, den Noort V, van der Heijden RT, Boekhout T, Snel B, Huynen MA:
Assessment of phylogenomic and orthology approaches for
phylogenetic inference. Bioinformatics 2007, 23:815-824.

Chen J, Jiang L, Chen X, Luo X, Chen Y, Yu Y, Tian G, Liu D, Fang W: Listeria
monocytogenes serovar 4a is a possible evolutionary intermediate
between L. monocytogenes serovars 1/2a and 4b and L. innocua.

J Microbiol Biotechnol 2009, 19:238-249.

Chen J, Xia Y, Cheng C, Fang C, Shan Y, Jin G, Fang W: Genome sequence
of the nonpathogenic Listeria monocytogenes serovar 4a strain M7.

J Bacteriol 2011, 193:5019-5020.

Georgiades K, Merhej V, EI KK, Raoult D, Pontarotti P: Gene gain and loss
events in Rickettsia and Orientia species. Biol Direct 2011, 6:6.

Snel B, Bork P, Huynen MA: Genome phylogeny based on gene content.
Nat Genet 1999, 21:108-110.

van Schaik W, Top J, Riley DR, Boekhorst J, Vrijenhoek JE, Schapendonk CM,
Hendrickx AP, Nijman 1J, Bonten MJ, Tettelin H, et al: Pyrosequencing-
based comparative genome analysis of the nosocomial pathogen
Enterococcus faecium and identification of a large transferable
pathogenicity island. BMC Genomics 2010, 11:239. doi:10.1186/1471-2164-
11-239.

Begley M, Sleator RD, Gahan CG, Hill C: Contribution of three bile-
associated loci, bsh, pva, and btlB, to gastrointestinal persistence and
bile tolerance of Listeria monocytogenes. Infect Immun 2005, 73:894-904.
Mraheil MA, Billion A, Mohamed W, Rawool D, Hain T, Chakraborty T:
Adaptation of Listeria monocytogenes to oxidative and nitrosative stress
in IFN-y-activated macrophages. Int J Med Microbiol 2011, 301:547-555.
Lebreton A, Lakisic G, Job V, Fritsch L, Tham TN, Camejo A, Mattei PJ,
Regnault B, Nahori MA, Cabanes D, et al: A bacterial protein targets the
BAHD1 chromatin complex to stimulate type Il interferon response.
Science 2011, 331:1319-1321.

Ryan S, Begley M, Hill C, Gahan CG: A five-gene stress survival islet (SSI-1)
that contributes to the growth of Listeria monocytogenes in suboptimal
conditions. J Appl Microbiol 2010, 109:984-995.

Joseph B, Mertins S, Stoll R, Schar J, Umesha KR, Luo Q, Muller-Altrock S,
Goebel W: Glycerol metabolism and PrfA activity in Listeria
monocytogenes. J Bacteriol 2008, 190:5412-5430.

Kirchner M, Higgins DE: Inhibition of ROCK activity allows InIF-mediated
invasion and increased virulence of Listeria monocytogenes. Mol Microbiol
2008, 68:749-767.

Mukherjee K, Altincicek B, Hain T, Domann E, Vilcinskas A, Chakraborty T:
Galleria mellonella as a model system for studying Listeria pathogenesis.
Appl Environ Microbiol 2010, 76:310-317.

Chen Y, Ross WH, Whiting RC, Van SA, Nightingale KK, Wiedmann M, Scott
VN: Variation in Listeria monocytogenes dose responses in relation to
subtypes encoding a full-length or truncated internalin A. Appl Environ
Microbiol 2011, 77:1171-1180.

Kang CM, Brody MS, Akbar S, Yang X, Price CW: Homologous pairs of
regulatory proteins control activity of Bacillus subtilis transcription factor
sigma(b) in response to environmental stress. J Bacteriol 1996,
178:3846-3853.

Palma M, Cheung AL: sigma(B) activity in Staphylococcus aureus is
controlled by RsbU and an additional factor(s) during bacterial growth.
Infect Immun 2001, 69:7858-7865.

Chaturongakul S, Boor KJ: RsbT and RsbV contribute to sigmaB-
dependent survival under environmental, energy, and intracellular stress
conditions in Listeria monocytogenes. Appl Environ Microbiol 2004,
70:5349-5356.

Ebbes M, Bleymuller WM, Cernescu M, Nolker R, Brutschy B, Niemann HH:
Fold and function of the InIB B-repeat. J Biol Chem 2011, 286:15496-15506.
Tsai YH, Orsi RH, Nightingale KK, Wiedmann M: Listeria monocytogenes
internalins are highly diverse and evolved by recombination and
positive selection. Infect Genet Evol 2006, 6:378-389.


http://dx.doi.org/10.1186/1471-2164-11-239
http://dx.doi.org/10.1186/1471-2164-11-239

Kuenne et al. BMC Genomics 2013, 14:47
http://www.biomedcentral.com/1471-2164/14/47

92. Jia 'Y, Nightingale KK, Boor KJ, Ho A, Wiedmann M, McGann P: Distribution
of internalin gene profiles of Listeria monocytogenes isolates from
different sources associated with phylogenetic lineages. Foodborne
Pathog Dis 2007, 4:222-232.

93. Balandyte L, Brodard |, Frey J, Oevermann A, Abril C: Ruminant
rhombencephalitis-associated Listeria monocytogenes alleles linked to a
multilocus variable-number tandem-repeat analysis complex.

Appl Environ Microbiol 2011, 77:8325-8335.

94. Ryan S, Begley M, Gahan CG, Hill C: Molecular characterization of the
arginine deiminase system in Listeria monocytogenes: regulation and role
in acid tolerance. Environ Microbiol 2009, 11:432-445.

95. Zhang C, Zhang M, Ju J, Nietfeldt J, Wise J, Terry PM, Olson M, Kachman SD,
Wiedmann M, Samadpour M, et al- Genome diversification in
phylogenetic lineages | and Il of Listeria monocytogenes: identification of
segments unique to lineage Il populations. J Bacteriol 2003,
185:5573-5584.

96. Dubois JY, Kouwen TR, Schurich AK, Reis CR, Ensing HT, Trip EN, Zweers JC,
den Dijl JM: Immunity to the bacteriocin sublancin 168 Is determined by
the Sunl (YolF) protein of Bacillus subtilis. Antimicrob Agents Chemother
2009, 53:651-661.

97. Kobayashi I: Behavior of restriction-modification systems as selfish mobile
elements and their impact on genome evolution. Nucleic Acids Res 2001,
29:3742-3756.

98.  Pischimarov J, Kuenne C, Billion A, Hemberger J, Cemic F, Chakraborty T,
Hain T: sRNAdb: a small non-coding RNA database for gram-positive
bacteria. BMC Genomics 2012, 13:384. doi:10.1186/1471-2164-13-384..384-13.

99. Himeno H: Novel factor rescues ribosomes trapped on non-stop mRNAs.
Mol Microbiol 2010, 78:789-791.

100. Barbuddhe SB, Maier T, Schwarz G, Kostrzewa M, Hof H, Domann E,
Chakraborty T, Hain T: Rapid identification and typing of listeria species
by matrix-assisted laser desorption ionization-time of flight mass
spectrometry. Appl Environ Microbiol 2008, 74:5402-5407.

101. Meyer F, Goesmann A, McHardy AC, Bartels D, Bekel T, Clausen J, Kalinowski
J, Linke B, Rupp O, Giegerich R, et al: GenDB-an open source genome
annotation system for prokaryote genomes. Nucleic Acids Res 2003,
31:2187-2195.

102. Billion A, Ghai R, Chakraborty T, Hain T: Augur-a computational pipeline
for whole genome microbial surface protein prediction and
classification. Bioinformatics 2006, 22:2819-2820.

103. Bierne H, Sabet C, Personnic N, Cossart P: Internalins: a complex family of
leucine-rich repeat-containing proteins in Listeria monocytogenes.
Microbes Infect 2007, 9:1156-1166.

104. Punta M, Coggill PC, Eberhardt RY, Mistry J, Tate J, Boursnell C, Pang N,
Forslund K, Ceric G, Clements J, et a: The Pfam protein families database.
Nucleic Acids Res 2012, 40:D290-D301.

105. Altschul SF, Gish W, Miller W, Myers EW, Lipman DJ: Basic local alignment
search tool. J Mol Biol 1990, 215:403-410.

106. Tamura K, Peterson D, Peterson N, Stecher G, Nei M, Kumar S: MEGA5:
molecular evolutionary genetics analysis using maximum likelihood,
evolutionary distance, and maximum parsimony methods. Mol Biol Evol
2011, 28:2731-2739.

107. Huson DH, Bryant D: Application of phylogenetic networks in
evolutionary studies. Mol Biol Evol 2006, 23:254-267.

108. Wolf YI, Rogozin IB, Grishin NV, Koonin EV: Genome trees and the tree of
life. Trends Genet 2002, 18:472-479.

doi:10.1186/1471-2164-14-47

Cite this article as: Kuenne et al.: Reassessment of the Listeria
monocytogenes pan-genome reveals dynamic integration hotspots and
mobile genetic elements as major components of the accessory
genome. BMC Genomics 2013 14:47.

Page 19 of 19

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

( BiolVied Central



http://dx.doi.org/10.1186/1471-2164-13-384.:384-13

	Abstract
	Background
	Results
	Conclusions

	Background
	Results and discussion
	Basic features of strains selected among known serotypes of L. monocytogenes
	Pan-genome model predicts a highly conserved species
	Hyper variable hotspots contain one fourth of the accessory genes and permitted the insertion of major pathogenicity determinants
	Chromosomal mobile genetic elements are major sources of diversity – prophages, transposons and genetic islands
	CRISPR/Cas systems represent supplementary bacteriophage defense mechanisms for the species L. monocytogenes
	Phylogenies compared – relationships between lineages, serogroups, serotypes and strains according to genomic and genet
	Frequent loss and disruption of known virulence-associated genes may explain observed phenotypic attenuations
	Distribution of surface-associated genes displays conserved lineage-backbones with strain-specific adaptations
	Ancestral genes of serotypes, serogroups and lineages reveal new marker and virulence-associated genes while strain-specific genes rarely represent an obvious extension of functionality
	Small non-coding RNA candidates of L. monocytogenes are largely conserved within the species
	LisDB – a comparative genomics server for the Listeria research community

	Conclusions
	Methods
	Sequencing
	Annotation
	Comparative analyses
	Pan-genome analysis
	Identification of large insertions
	CRISPR/Cas analysis
	Phylogeny
	Identification of surface-associated genes and putative internalins
	Measurement of bacterial growth
	Galleria mellonella infection model
	Analyses of sRNAs

	Additional files
	Competing interests
	Authors’ contributions
	Acknowledgements
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


