
Frontiers in Cellular and Infection Microbiolo

Edited by:
Jorge Goldstein,

Consejo Nacional de Investigaciones
Cientı́ficas y Técnicas (CONICET),

Argentina

Reviewed by:
Jorge Blanco,

University of Santiago de Compostela,
Spain

Jorge Alberto Giron,
University of Puebla, Mexico

*Correspondence:
Valeria Michelacci

valeria.michelacci@iss.it

Specialty section:
This article was submitted to

Molecular Bacterial Pathogenesis,
a section of the journal
Frontiers in Cellular and
Infection Microbiology

Received: 23 December 2021
Accepted: 19 January 2022

Published: 09 February 2022

Citation:
Michelacci V, Montalbano Di Filippo M,

Gigliucci F, Arancia S, Chiani P,
Minelli F, Roosens NHC,

De Keersmaecker SCJ, Bogaerts B,
Vanneste K and Morabito S (2022)
Population Analysis of O26 Shiga
Toxin-Producing Escherichia coli

Causing Hemolytic Uremic Syndrome
in Italy, 1989–2020, Through Whole

Genome Sequencing.
Front. Cell. Infect. Microbiol. 12:842508.

doi: 10.3389/fcimb.2022.842508

ORIGINAL RESEARCH
published: 09 February 2022

doi: 10.3389/fcimb.2022.842508
Population Analysis of O26 Shiga
Toxin-Producing Escherichia coli
Causing Hemolytic Uremic Syndrome
in Italy, 1989–2020, Through Whole
Genome Sequencing
Valeria Michelacci1*, Margherita Montalbano Di Filippo1, Federica Gigliucci1,
Silvia Arancia1, Paola Chiani1, Fabio Minelli 1, Nancy H. C. Roosens2,
Sigrid C. J. De Keersmaecker2, Bert Bogaerts2, Kevin Vanneste2 and Stefano Morabito1

1 Department of Food Safety, Nutrition and Veterinary Public Health, Istituto Superiore di Sanità, Rome, Italy,
2 Sciensano, Biological Health Risks, Transversal Activities in Applied Genomics, Brussels, Belgium

Shiga toxin-producing Escherichia coli (STEC) belonging to the O26 serogroup represent
an important cause of Hemolitic Uremic Syndrome (HUS) in children worldwide. The
localization of STEC virulence genes on mobile genetic elements allowed the emergence
of clones showing different assets of this accessory genomic fraction. A novel O26 STEC
clone belonging to Sequence Type (ST) 29 and harboring stx2a, ehxA and etpD plasmid-
borne genes has emerged and spread in Europe since the mid-1990s, while another ST29
clone positive for stx2d and lacking plasmid-borne virulence genes was recently
described as emerging in France. In Italy, O26 has been the most frequently detected
STEC serogroup from HUS cases since the late 1990s. In this study we describe the
genomic characterization and population structure of 144 O26 STEC strains isolated from
human sources in Italy in the period 1989-2020. A total of 89 strains belonged to ST21, 52
to ST29, two to ST396 and one to ST4944. ST29 strains started to be isolated from 1999.
24 strains were shown to harbour stx1a, alone (n=20) or in combination with stx2a (n=4).
The majority of the strains (n=118) harbored stx2a genes only and the two ST396 strains
harbored stx2d. A Hierarchical Clustering on Principal Components (HCPC) analysis,
based on the detection of accessory virulence genes, antimicrobial resistance (AMR)
genes and plasmid replicons, classified the strains in seven clusters identified with
numbers from 1 to 7, containing two, 13, 39, 63, 16, 10 and one strain, respectively.
The majority of the genetic features defining the clusters corresponded to plasmid-borne
virulence genes, AMR genes and plasmid replicons, highlighting specific assets of
plasmid-borne features associated with different clusters. Core genome Multi Locus
Sequence Typing grouped ST21 and ST29 strains in three clades each, with each ST29
clade exactly corresponding to one HCPC cluster. Our results showed high conservation
of either the core or the accessory genomic fraction in populations of ST29 O26 STEC,
differently from what observed in ST21 strains, suggesting that a different selective
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pressure could drive the evolution of different populations of these pathogens possibly
involving different ecological niches.
Keywords: STEC, virulence plasmids, genomics, evolution, population study
INTRODUCTION

Shiga toxin-producing Escherichia coli (STEC) cause foodborne
infections with symptoms ranging from mild diarrhoea to
haemolytic uremic syndrome (HUS), sometimes resulting in fatal
outcomes (Caprioli et al., 2005). STEC are defined as E. coli strains
carrying the genes encoding Shiga toxins (stx), potent cytotoxins
that block protein synthesis in target cells (Melton-Celsa, 2014),
encoded by genes harboured on lysogenic bacteriophages. Two
main types of stx genes have been described, stx1 and stx2, which
have been subtyped in three and eleven subtypes, respectively, so far
(Scheutz et al., 2012; Lacher et al., 2016; Bai et al., 2018; Yang et al.,
2019). The subtypes most often associated with severe disease and
outbreaks are stx2a, stx2c and stx2d (Melton-Celsa, 2014; Krüger
and Lucchesi, 2015).

The ability of STEC to cause severe disease is also associated
with the acquisition of accessory virulence genes carried by
mobile genetic elements, such as pathogenicity islands (PAIs)
and plasmids, mainly involved in bacterial adhesion to the
intestinal mucosa of the host. The “attaching and effacing”
adhesion mechanism, encoded by the PAI termed Locus for
Enterocyte Effacement (LEE), is a typical feature of certain STEC,
including those belonging to the “top-5” serogroups O157, O26,
O103, O145 and O111, which are those most frequently reported
as causative agents of severe cases of infections and outbreaks
worldwide. Other PAIs associated with the “top-5” serogroups
are the OI-122, carrying genes whose products are involved in
favouring the colonization of the host, such as efa1/lifA, and the
OI-57, carrying adfO gene, promoting adherence to the host
cells. STEC strains most often associated with severe disease in
humans often possess large virulence plasmids, such as pO157
described in O157 strains and similar plasmids described in
STEC of other “top-5” serogroups, which harbor additional
virulence genes including ehxA, katP, espP, etpD and toxB,
encoding an enterohemolysin, a catalase peroxidase, a serine
protease, an adherence factor and a type II secretion system
effector, respectively (Caprioli et al., 2005; Fratamico et al., 2011).

Historically, O157 has been the most frequently reported STEC
serogroup in association with severe disease worldwide (Caprioli
et al., 2005), but the number of severe cases associated with O26
STEC has been steadily increasing in the last decade in several
countries and particularly in Europe, where it was associated with
20.1% of confirmed cases of human STEC infections in 2020 (EFSA
and ECDC, 2021). Cattle is an important natural reservoir for O26
STEC and the transmission route to humans is mainly represented
by the ingestion of contaminated food or contactwithwild animals,
but also person to person transmission has been reported (Brown
et al., 2012; Scavia et al., 2018).

The vast majority of O26 STEC belongs to two major
sequence types (STs), ST21 and ST29, both comprised in
gy | www.frontiersin.org 2
Clonal Complex 29. While the presence of stx2 genes has been
extensively reported in both STs, stx1 genes have been associated
almost exclusively to strains belonging to ST21, alone or in
combination with stx2 (Bielaszewska et al., 2013; Ishijima et al.,
2017). The stx1 subtype associated with O26 STEC is stx1a, while
stx2a represents the main stx2 subtype, with strains harbouring
stx2b (Smith et al., 2017), stx2d (Delannoy et al., 2015) and stx2f
(Grande et al., 2016) also sporadically described.

A highly virulent O26 STEC clone, belonging to ST29 and
harbouring stx2a, emerged in Germany in the mid-1990s and
spread rapidly throughout Europe (Bielaszewska et al., 2013).
This novel clone harbours a reduced combination of the
plasmid-borne virulence genes ehxA, katP, espP and etpD.
More specifically, this STEC O26 ST29 stx2a clone only
possesses the ehxA and etpD genes. Interestingly, the
emergence of other ST29 O26 STEC clones was reported also
in other countries in recent years, each associated with a different
repertoire of these virulence genes. Among these, a clone
harbouring stx2d and lacking all the four plasmidic genes was
described in France (Delannoy et al., 2015), while another clone,
described in Japan, showed the presence of stx2a and the
plasmidic genes arrangement ehxA+, katP-, espP+, etpD-.

HUS is considered a sentinel event revealing the circulation of
STEC in the general population (Loconsole et al., 2020). In Italy,
the surveillance of HUS cases started in the late 1980s and
showed that O26 has been the most frequently detected STEC
serogroup among HUS cases in the Italian pediatric population
since the late 1990s (Scavia et al., 2018). Moreover, this
serogroup has been involved in large outbreaks in recent years
in Italy (Germinario et al., 2016; Scavia et al., 2018).

In this study, we describe O26 STEC strains isolated from
human cases of disease that occurred in Italy during a period of
thirty years. We report on the genomics characterization of the
O26 STEC clones causing severe disease in Italy and investigated
the population structure through Hierarchical Clustering on
Principal Components (HCPC) and phylogenomics analysis
based on the core genome of the isolates.
MATERIALS AND METHODS

Bacterial Strains and Whole Genome
Sequencing
In this study, we analyzed a total of 144 O26 STEC strains
isolated from human sources in Italy in the period 1989-2020 by
the National Reference Laboratory for E. coli at the Istituto
Superiore di Sanità as part of the national surveillance program
for HUS. In detail, 53.5% of the strains (n = 77) were isolated
from cases of HUS, 7.6% from bloody diarrhea (n = 11) and 4.9%
from cases of diarrhea (n = 7). The remaining strains were
February 2022 | Volume 12 | Article 842508
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isolated from patients for which the symptoms were unknown
(24.3%, n = 35) and from contacts of cases of disease (9.7%, n =
14). This collection of strains represented 20.3% of all the STEC
isolated in Italy from human cases of disease in the same period
(144/708) and in detail included 30.2% of all the STEC isolated
from HUS cases (77/255).

To perform whole genome sequencing (WGS), from a 2 mL
overnight TSB culture of each strain grown at 37°C, total DNAwas
extracted with the GRS Genomic DNA Kit Bacteria (GRISP
Research Solutions, Porto, Portugal). The majority of the
sequences were produced with Ion Torrent sequencing
technology (Thermo Fisher Scientific, MA, USA) by preparing
sequencing librariesof about 400bp from100ngof totalDNAusing
the NEBNext Fast DNA Fragmentation & Library Prep Set for Ion
Torrent (New England BioLabs, MA, USA), then treated through
emulsion PCR and enrichment on the IonOneTouch 2 System and
finally sequenced on an Ion Torrent S5 platform (Thermo Fisher
Scientific, MA, USA) using the ION 520/530 KIT-OT2 (Thermo
Fisher Scientific, MA, USA) according to the manufacturer’s
instructions. Sequencing of some samples was instead outsourced
and performed on an Illumina HiSeq 2000 or Illumina MiSeq
sequencer with a 100 bp or 250 bp paired-end protocol. Details on
the sequencing technologies used for each strain are provided in
Supplementary Table 1. All the genomic sequences are available at
the European Nucleotide Archive at the European Molecular
Biology Laboratory (accession no. PRJEB48948).

Characterization of Bacterial Strains
Through WGS Analysis
The sequencing reads were analyzed through the bioinformatics
workflow dedicated to Shiga toxin-producing Escherichia coli
analysis developed by Sciensano (Bogaerts et al., 2021) and made
available through the Sciensano Galaxy Instance for bioinformatics
analyses (https://galaxy.sciensano.be, STECpipeline version1.0). In
brief, the workflow automatically returned quality check reports
and performed assembly of reads in contigs using SPAdes v3.13
(Bankevich et al., 2012) and strain characterization in terms of
serotyping (Joensen et al., 2015), virulotyping (Joensen et al., 2014),
seven-genes Multi Locus Sequence Typing (MLST) (Wirth et al.,
2006; Jaureguy et al., 2008), detection of plasmid replicons
(Carattoli and Hasman, 2020) and antimicrobial resistance
(AMR) genes. More specifically, the detection of antimicrobial
resistance genes was performed by comparing and merging the
results produced by the pipeline using ResFinder (Zankari et al.,
2012) and ARG-ANNOT (Gupta et al., 2014) databases.

The stx-subtyping was performed on the Galaxy public server
ARIES (Istituto Superiore di Sanità, https://www.iss.it/site/aries)
(Knijn et al., 2020) through the Shiga toxin typer tool v2.0
(https://github.com/aknijn/shigatoxin-galaxy), an optimised
blastn search against the sequence database of stx subtypes
developed by the Statens Serum Institut (https://bitbucket.org/
genomicepidemiology/virulencefinder_db/src/master/stx.fsa).

Hierarchical Cluster Analysis
A multivariate data analysis was performed on the results of the
characterization obtained through WGS and the descriptive data
Frontiers in Cellular and Infection Microbiology | www.frontiersin.org 3
of the isolates (Supplementary Table 1). In particular, we
conducted a preliminary Multiple Correspondence Analysis
(MCA) followed by the Hierarchical Clustering on Principal
Components Analysis (HCPC) methodology, using the statistical
software R version 3.5.1 (http://cran.r-project.org).

We decided to employ the HCPC approach as it allows to
combine the three standard methods used in multivariate data
analyses (Lê et al., 2008): (i) principal component methods, (ii)
hierarchical clustering, and (iii) partitioning clustering, particularly
by using the k-means method. Furthermore, HCPC allows the
characterization of clusters of specimens based on all the
characteristics and subsets of characteristics, weighting all of them
equally. The goal was to build a tree structure showing hierarchical
relations between individuals or groups of individuals and detect a
“natural” number of classes in the observations under study.

In detail, the dataset consisted of 83 qualitative variables: the
majority were represented by genetic features, consisting out of
22 antimicrobial resistance (AMR) genes, 34 virulence genes and
27 plasmid replicons, detected in at least one of the strains tested.
In addition, the detected stx subtype was considered as an
additional single variable, including for each strain the
complete profile of stx subtypes detected. The result of MLST,
year of isolation and geographic region of isolation were also
included as variables in the analysis, for a total number of 87
variables used (Supplementary Table 1).

Both MCA and HCPC analyses were performed using the
FactoMineR package (Lê et al., 2008). The results were extracted
and visualized using the Factoextra package (Kassambara and
Mundt, 2020).

Phylogenomics Based on Core Genome
Multi Locus Sequence Typing
Phylogenomics analysis was performed through core genome
MLST (cgMLST) using the chewBBACA tool (Silva et al., 2018)
available on the Galaxy public server ARIES (Istituto Superiore di
Sanità, https://www.iss.it/site/aries) (Knijn et al., 2020) using the
scheme developed by the INNUENDO project, which comprises
2,360 loci in total (Llarena Ak and et al., 2018; Silva et al., 2018).
The pairwise comparison was considered reliable when >80% of
loci for each sample were assigned to an allele. The distances
between strains were calculated by pairwise comparison of the
allelic profiles using the chewTree tool available on ARIES (Knijn
et al., 2020). For each pair of samples, the alleles which were not
found, only partially found, or not correctly assigned to any locus
were excluded from the analysis, as previously described (Gigliucci
et al., 2021). The dendrogram was visualized with FigTree version
1.4.4 (https://github.com/rambaut/figtree/releases) and modified
in iTOL (Letunic and Bork, 2007).

Plasmids Comparison
The Prokka tool (Galaxy Version 1.14.5) (Seemann, 2014) was
used through the Galaxy public server ARIES for the functional
annotation of the assembled sequences, using the E. coli specific
gene database and default parameters. Blast Ring Image
Generator (BRIG) software v0.95 (Alikhan et al., 2011) was
used with default parameters to compare the assembled
February 2022 | Volume 12 | Article 842508
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genomes of O26 STEC produced in this study with the reference
sequences from pO26-Vir (RefSeq accession no. NC_012487.1)
and pR444_A (Cointe et al., 2018) (RefSeq accession no.
NZ_QBDM01000004.1). The former is a representative
virulence plasmid harbouring ehxA, katP, espP and toxB
virulence genes described in O26 STEC, while the latter is a
mosaic plasmid harbouring virulence genes associated with
extraintestinal pathogenic E. coli (ExPEC) and a cassette of
AMR genes (Cointe et al., 2018), recently described in O26
STEC strains isolated in Italy (Gigliucci et al., 2021). In the
comparison the analyzed strains were grouped by HCPC cluster.
RESULTS

Basic Genomic Characterization of O26
STEC Strains
Themediannumberof contigs obtained in the generatedassemblies
was 210 and the median N50 value was 83786 bp (Supplementary
Table 1). Among the 144 strains tested, 89 belonged to ST21 and 52
to ST29, while two strains were typed as ST396 (single locus variant
of ST29) and one as ST4944 (single locus variant of ST21). All the
Frontiers in Cellular and Infection Microbiology | www.frontiersin.org 4
strains isolated in the period 1989-1998 were typed as ST21, while
ST29 strains appeared from 1999 onwards.

A total of 24 strains harboured stx1 genes, subtype stx1a, alone
(n=20)or in combinationwith stx2a (n=4).All the strainsharbouring
stx1a genes belonged to ST21, with the only exception of the strain
ED0886 typed as ST4944. The vast majority of the strains harboured
stx2 genes only, typed as stx2a in 66 strains of ST21 and 52 strains of
ST29, and as stx2d in the two strains of ST396.

All the strains displayed the presence of the virulence genes
eae, espA, espB and tir, all encoded on the LEE locus, as well as
nleB, a non-LEE encoded effector of the Type Three Secretion
System. As for antimicrobial resistance genes, all the tested
strains were positive for the presence of (Bla)AmpC2_Ecoli,
and (Bla)ampH genes, encoding Class C b-lactamases, and
(Bla)Penicillin_Binding_Protein_Ecoli, encoding a modulator
of b-lactam resistance.

Hierarchical Cluster Analysis
Multiple Correspondence Analysis showed that >50% of the
variance observed in the dataset could be ascribed to
seven dimensions.

Seven well-defined clusters (k = 7) were generated with the
HCPC analysis, (Figure 1). The significant positive (presence,
FIGURE 1 | Factor map obtained by HCPC analysis with 7 dimensions. The legend for the colors indicating the clusters is included in the figure. Statistics for HCPC
analysis are reported in Supplementary Table 2.
February 2022 | Volume 12 | Article 842508
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reported as 1) and negative (absence, reported as 0) association
of the analyzed features originating the clusters is reported in
detail in Figure 2 and in Supplementary Table 2. It is interesting
to note that the majority of these variables corresponded to
virulence genes typically harboured on STEC virulence plasmids
(Caprioli et al., 2005; Fratamico et al., 2011), antimicrobial
resistance genes often carried by plasmids (Cointe et al., 2018)
and plasmid replicons.

The seven clusters identified (Figure 1 and Supplementary
Table 2) were composed as follows. Cluster 1 grouped two
isolates [1.4% (2/144)] typed as ST29 and was characterized by
the presence of different plasmid replicons (IncI2_1 and
IncFII_1). Cluster 2 was composed by 13 isolates [9% (13/
144)], 12 of which typed as ST29 and only one as ST21, and
was defined by a negative association with the main plasmid-
borne virulence genes ehxA, katP, espP, etpD and toxB. Cluster 3
contained 39 strains [27% (39/144)], 38 of which typed as ST29
and one as ST21, and was positively associated with the presence
of etpD, cba and cma plasmid-borne virulence genes. Cluster 4
was composed of 63 strains [43.75% (63/144)], including 61
strains belonging to ST21 and two strains typed as ST396, and
Frontiers in Cellular and Infection Microbiology | www.frontiersin.org 5
was characterized by a positive association with the plasmid-
borne virulence genes ehxA, katP, espP, and toxB. Cluster 5
included 16 isolates [11.1% (16/144)], 15 out of which belonging
to ST21 and one to ST4944, and was described by a positive
association, amongst others, with toxB, katP and espP plasmid-
borne genes and a negative association with etpD. Cluster 6
consisted of 10 strains [6.9% (10/144)] all belonging to ST21 and
presenting the antimicrobial resistance genes dfrA1, aadA1, sul1,
sul2, tetA, tetR, strA and strB together with IncFIC_1, IncFII_1
and other plasmid replicons. Finally, cluster 7 only included one
ST21 isolate having the oldest isolation date in the collection
(ED0017 from the year 1989) and was positively associated with
a high number of variables (Figure 2 and Supplementary
Table 2) mainly including AMR genes and plasmid replicons.

When inspecting the distribution of the clusters and ST types
over time (Figure 3), ST29 belonging to cluster 3 were the
first isolates of such ST to be identified in Italy in 1999, ten years
after the first isolation of the first O26 STEC strain belonging to
cluster 7 and typed as ST21 (Figure 3). Since their first isolation,
ST29 strains were isolated from cases almost every year eventually
representing 37% (52/139) of the strains isolated thereafter.
FIGURE 2 | Positive (green) and negative (red) association of the variables with the identified HCPC clusters, identified with the colors used in the factor map
(Figure 1).
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Regarding the detected stx subtypes, it’s interesting to note
that the stx subtyping variable was positively associated with
different clusters (Supplementary Table 2 and Figure 4): cluster
3 showed stx2a only; cluster 4 mainly showed stx2a and also
included two isolates showing the subtype stx1a stx2a and two
isolates harbouring stx2d, representing the only two ST396
strains of the collection (Figure 4 and Supplementary
Frontiers in Cellular and Infection Microbiology | www.frontiersin.org 6
Table 2). The stx1a subtype was present in clusters 5, 6 and 7,
which grouped mainly ST21 strains (Figure 4).

Comparison of Virulence Plasmids
The results of the HCPC analysis brought the attention to
different patterns of plasmid-borne virulence genes across the
identified clusters. The alignment of the annotated contigs with
pO26-Vir reference plasmid showed that the strains belonging to
the clusters 1, 2 and 3, mainly typed as ST29, produced different
patterns of alignment. Genomes of strains from clusters 1 and 2
produced the largest alignment with the reference sequence in
terms of total length of aligned regions, while the sequences of
the strains grouped in cluster 3 covered the smallest area of the
pO26-Vir sequence (Supplementary Presentation 1). More
specifically, 79.5% (31/39) of the strains of cluster 3 showed
sequence identity in the region including the locus harbouring
ehxA gene (12583-15579 bp), while only six of the strains
(15.4%) produced sequences covering with high sequence
identity almost the whole length of the reference plasmid.
Finally, two strains apparently lacked the whole plasmid
(Supplementary Presentation 1). It is interesting to note that
clusters 1, 2 and 3 lacked the katP gene (164088-166298 bp),
while the toxB gene (39589-49089 bp) was present in the two
strains of cluster 1 and completely absent in the strains from
clusters 2 and 3. Among these three clusters, all containing
mostly ST29 strains, the espP gene (57774-61676 bp) was only
detected in both the strains assigned to cluster 1 and 30.7% of the
strains in cluster 2 (4/13), while it was absent in all the isolates
grouped in cluster 3 (Supplementary Presentation 1).

When considering the strains belonging to the clusters 4, 5, 6
and 7, including all but two ST21 strains, the alignment showed
that they shared the vast majority of the plasmid structure with
the reference sequence. Nevertheless, the region encoding
FIGURE 4 | Distribution of Sequence Types in the HCPC clusters. The
percentage of the detected stx subtypes is reported within each cluster and
per each ST. The legend for the colors indicating the stx subtypes is included
in the figure.
FIGURE 3 | Distribution of HCPC clusters in time. The percentage of the detected Sequence Types is reported within each year and per cluster. The legend for the
colors indicating the STs is included in the figure.
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translocation elements for conjugative transfer (tra genes,
109940-134889 bp) was present only in a few strains, including
9.5% of the strains of cluster 4 (6/63), 18.8% of cluster 5 (3/16)
and 10% of cluster 6 (1/10). The complete conjugative region was
instead detected in the only strain forming cluster 7, which was
positive for the ehxA and katP genes, but negative for toxB and
espP genes (Supplementary Presentation 1).

A few ST21 strains lacked the whole pO26-Vir plasmid: five
strains of cluster 4, one of cluster 5 and two of cluster 6
(Supplementary Presentation 1).

Based on the results of HCPC analysis, it was also possible to
identify in clusters 6 and 7 a pattern of features typical of the
mosaic plasmid pR444_A, harbouring virulence genes associated
with extraintestinal pathogenic E. coli (ExPEC) and a cassette of
AMR genes (Cointe et al., 2018), described in STEC strains
belonging to the O80 serogroup and recently also found in O26
STEC strains isolated in Italy (Gigliucci et al., 2021). The
annotated contigs of the strains investigated were thus aligned
also to the reference sequence of pR444_A. This analysis
displayed the presence of sequences aligning on the reference
in 60% (6/10) of the strains composing cluster 6, including the
two strains (ED1283 and ED1284) previously described to carry
this plasmid (Supplementary Presentation 2) (Gigliucci et al.,
2021). More specifically, 50% (5/10) of the strains in cluster 6
possessed most of the features identified in pR444_A, including
iroN (20413-22590 bp), sitABCD (154242-157691 bp), iucABCD
Frontiers in Cellular and Infection Microbiology | www.frontiersin.org 7
(145222-150910 bp) and hlyF (164326-165435 bp) virulence
genes and an extended AMR region (40881-86037 bp). These
isolates only lacked the etsABC locus encoding a putative Type I
Secretion System, present in the reference sequence of the
pR444_A plasmid. One strain (ED1228) also lacked hlyF and
iroN virulence genes and bla genes from the AMR region. The
remaining four strains harboured an incomplete conjugative tra
region (92765-122839 bp) similar to that present in the reference
pR444_A plasmid and fragments of the AMR region and all but
one (ED0729) carried the iucABCD locus. The alignment also
showed sequences matching the reference pR444_A plasmid in
the strain classified in cluster 7 (Supplementary Presentation 2).

The strains of the clusters 1, 2, 3, 4 and 5 did not show the
presence of plasmids similar to the pR444_A (Supplementary
Presentation 2), except for a putative iucABCD stretch that was
identified in one out of 13 strains of cluster 2, in 74.4% (29/39) of
cluster 3, 52.4% (33/63) of cluster 4 and 93.8% (15/16) of cluster
5 (Supplementary Presentation 2).

Phylogenomics Investigation
In order to understand the evolution of O26 STEC causing
disease in Italy, a phylogenetic analysis was performed based on
cgMLST. The resulting dendrogram is shown in Figure 5. The
analysis grouped ST21 strains in three main clades (A-C). The
ED0886 strain, the only representative of ST4944 in this
collection, was part of Clade B together with ST21 strains. On
the other hand, ST29 strains were divided into two main clades
(D and E) and an additional clade (F) grouping only the two
strains ED1361 and ED1363, which correspond to the strains
forming Cluster 1 in HCPC. A separate clade (G) was also
composed by the only two strains belonging to ST396, ED0814
and ED0815 (Figure 5). The strains ED0017 (ST21) and ED0885
(ST21) represented outliers in this analysis.

The maximum number of allelic distances within clades was
much lower in some clades than in others. In detail, the
maximum number of allelic differences (AD) detected within
the whole collection was 617, with Clade A grouped in 179 AD,
Clade B in 128 AD, Clade C in 192 AD, Clade D in 112, Clade E
in 227, while Clades F and G were composed of two strains each,
showing eight and 15 AD, respectively. It is interesting to note
that 33 out of the 38 strains grouped in Clade D differed for
maximum 44 AD. The latter clade showed a low variability also
in the genetic features acquired through horizontal transfer. As a
matter of fact, the whole Clade D appeared homogeneous also in
the HCPC analysis, entirely corresponding to Cluster 3.
Similarly, the other main clade grouping ST29 strains, Clade E,
corresponded to HCPC Cluster 2 and Clade F, grouping two
ST29 strains, corresponded to cluster 1. On the other hand, all
the ST21 strains grouped in the same clades in cgMLST (A, B and
C) were dispersed in several HCPC Clusters (4, 5 and 6).

DISCUSSION

STEC infection is the primary cause of HUS in children
worldwide. The incidence of cases associated with STEC O26
has increased considerably in Europe in the last decade. In Italy,
FIGURE 5 | Phylogenomic analysis of O26 STEC strains through cgMLST.
The colors indicate the clusters attributed to each strain by HCPC analysis.
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O26 has been the most frequently detected STEC serogroup in
HUS cases in the pediatric population since the late 1990s (Scavia
et al., 2018).

Recent studies have highlighted the association of different
combinations of virulence genes with different STEC O26 clones
(Bielaszewska et al., 2013; Delannoy et al., 2015; Ishijima et al.,
2017; Karnisova et al., 2018). Since the vast majority of E. coli
virulence genes are encoded on mobile genetic elements (MGE)
and can be acquired or lost through horizontal gene transfer,
the association of characteristic patterns of MGE-encoded
virulence genes with specific clones is interesting because it
may be suggestive of different selective conditions, which could
have favoured their emergence and maintenance in the
ecological reservoir.

An O26 STEC clone of ST29 has been described as emerging
in Europe since the mid-1990s. It harbours the stx2a subtype and
the large virulence plasmid carrying ehxA and etpD genes but
lacking the katP and espP genes (Bielaszewska et al., 2013), which
were instead typically present on the pO26 virulence plasmid
described in STEC O26 belonging to ST21 (Fratamico et al.,
2011). On the other hand, the ST29 stx2d-positive clone
emerging in France, completely lacked this virulence plasmid
(Delannoy et al., 2015).

In this study, we used whole genome sequencing to
characterize 144 STEC O26 strains isolated from human cases
of disease detected in Italy by the HUS surveillance system in the
last thirty years, mainly including strains isolated from severe
disease such as HUS and bloody diarrhea (total 61.1%, 88/144)
and covering 30.2% of all the STEC isolated from HUS cases in
Italy in the period 1989-2020. The availability of such a collection
prompted us to perform a population study, carried out by
analyzing separately the distribution of genetic features part of
the accessory fraction of the genome, including virulence
determinants, AMR genes and plasmid replicons, and the
core genome.

The majority (61.8%) of the analyzed strains were typed as
ST21, but ST29 strains, first isolated in Italy in 1999, represented
a considerable proportion (36.1%). As previously reported
(Bielaszewska et al., 2013; Ishijima et al., 2017), ST29 strains
were associated with the stx2a subtype, which was also detected
in the majority (74.2%) of ST21 strains, while the stx1a subtype
seemed to be confined to ST21 strains and to one strain
belonging to ST4944, a single locus variant of ST21. No ST29
strains positive for the stx2d subtype, ascribable to the clone
described in France (Delannoy et al., 2015), were identified.
Nevertheless, two strains harbouring stx2d and belonging to
ST396, a single locus variant of ST29, were instead observed in
the Italian isolates. The higher representation of stx2-positive
(83.3%) compared to stx1-positive strains (16.7%) is in line with
previous knowledge about the higher association of stx2 and
particularly the stx2a subtype with human severe disease.

The application of HCPC analysis allowed to compartmentalize
the strains in seven clusters, statistically associated with specific
assets of virulence determinants, AMR genes and plasmid replicons.

It is interesting to note that the clusters grouping the ST29
strains (clusters 1, 2 and 3) in HCPC analysis are more
Frontiers in Cellular and Infection Microbiology | www.frontiersin.org 8
homogeneous compared to those containing the ST21 strains
(clusters 4, 5, 6 and 7) (Figure 1), suggesting a wider
diversification of features among the latter clusters.

Among the features associated with the clusters, both
positively or negatively, the virulence genes typically harboured
on the pO26 virulence plasmid were the most widely
represented, suggesting that different versions of the plasmid
were selected and stabilized in the identified subpopulations.

The alignment of the STEC O26 sequences with pO26-Vir
reference sequence confirmed the presence of a plasmid very similar
to the reference in the majority of the strains belonging to clusters 4,
5, 6 and 7, including mainly ST21 strains. Interestingly, only a few
of those strains harboured a complete conjugation region, which
might have gone through genetic decay after stable acquisition of
such plasmids in these subpopulations (Supplementary
Presentation 1). On the other hand, the strains belonging to
clusters 1, 2 and 3, including predominantly ST29 strains, showed
different patterns of alignment with pO26-Vir: clusters 1 and 2
shared the majority of the sequence with the reference, with cluster
1 strains being positive for the presence of ehxA, toxB and espP and
negative for katP and cluster 2 mainly lacking all these genes; cluster
3 showed instead the presence of ehxA locus, only (Supplementary
Presentation 1). These results may indicate that different selective
pressures could have operated on the evolution of the different
clusters of strains, favouring the conservation of specific patterns of
virulence genes in some of the populations identified by the
different clusters. This was also manifest when considering the
results of the presence of antimicrobial resistance genes. In
particular, the genes dfrA1, aadA1, sul1, sul2, tetA, tetR strA and
strB were positively associated with cluster 6. These genes are
typically harboured on the AMR genes cassette described in the
pR444_Amosaic plasmid of STECO80 strains, harboring virulence
genes typical of ExPEC such as iucC encoding an aerobactin, iroN
encoding a salmochelin, sitABCD operon encoding an iron uptake
protein, and the hemolysin hlyF (Cointe et al., 2018). Cluster 6 was
in fact the only one containing STEC O26 strains possessing a
plasmid similar to pR444_A (Supplementary Presentation 2).
However, regions harbouring the iucD gene only were detected
also in strains belonging to other clusters, suggesting that, in these
strains, this feature could be encoded by genes present in other
regions of the genome.

The cgMLST analysis showed that the clade comprising the
majority (39/52) of ST29 strains (clade D) not only shared
minimal allelic variation in the core genome fraction, but also
completely corresponded to cluster 3 identified when analyzing
the accessory genome fraction through HCPC. Moreover, also
the other two clades grouping ST29 strains (clades E and F)
appeared to correspond entirely to two distinct clusters identified
through HCPC, with clade E corresponding to cluster 2 and
clade F to cluster 1 (Figure 5). The low level of variation
observed in the two genomic fractions, described by the clades
and the clusters, identified for ST29 strains supports the
hypothesis that a selective pressure might have acted in specific
ecological niches during the evolution of this sequence type of
STEC O26, differently from what observed for ST21 strains,
which were generally much more variable. The latter group, in
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fact, included genomes of strains dispersed in three large clades
in cgMLST analysis (clades A, B, and C), not overlapping single
HCPC clusters and thus not associated with single specific
patterns of accessory features. On the other hand, it has to be
noted that this picture, particularly the low variability in the core
genome, may also be explained by a more recent emergence of
ST29, which in Italy seemed to appear only in the late 90s.

Due to the high plasticity of the E. coli genome the
identification of conserved patterns of accessory genetic
features is noteworthy. Our study showed that, since the
emergence of the ST29, in the Italian STEC O26 the major
evolutive drivers acted on the plasmid content, particularly by
shaping the large virulence plasmid pO26-Vir and, for certain
isolates, following the acquisition of a copy of the hybrid ExPEC-
STEC plasmid pR444_A. These events seem to have determined
the emergence of different STEC O26 populations that may have
been stabilized and maintained into specific niches.

Further analyses conducted with the same approach on
strains’ collections including isolates from animal, food or
environmental sources, could allow getting a deeper insight
into the ecology of this important STEC serogroup.
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Llarena, A. K., Ribeiro-Gonçalves, B. F., Silva, D. N., Halkilahti, J., Machado, M. P.,
Da Silva, M. S., et al. (2018). INNUENDO: A Cross-Sectoral Platform for the
Integration Ofgenomics in the Surveillance of Food-Borne Pathogens Vol. 15
Frontiers in Cellular and Infection Microbiology | www.frontiersin.org 10
(EFSA Supporting Publications, EXTERNAL SCIENTIFIC REPORT).
doi: 10.2903/sp.efsa.2018.EN-1498

Loconsole, D., Giordano, M., Laforgia, N., Torres, D., Santangelo, L., Carbone, V.,
et al. (2020). Case-Management Protocol for Bloody Diarrhea as a Model to
Reduce the Clinical Impact of Shiga Toxin-Producing Escherichia Coli
Infections. Experience From Southern Italy. Eur. J. Clin. Microbiol. Infect.
Dis. 39 (3), 539–547. doi: 10.1007/s10096-019-03755-0

Melton-Celsa, A. R. (2014). Shiga Toxin (Stx) Classification, Structure, and
Function. Microbiol. Spectr. 2 (4), EHEC-0024-2013. doi: 10.1128/
microbiolspec.EHEC-0024-2013

Scavia, G., Gianviti, A., Labriola, V., Chiani, P., Maugliani, A., Michelacci, V., et al.
(2018). A Case of Haemolytic Uraemic Syndrome (HUS) Revealed an
Outbreak of Shiga Toxin-2-Producing. J. Med. Microbiol. 67 (6), 775–782.
doi: 10.1099/jmm.0.000738

Scheutz, F., Teel, L. D., Beutin, L., Piérard, D., Buvens, G., Karch, H., et al. (2012).
Multicenter Evaluation of a Sequence-Based Protocol for Subtyping Shiga
Toxins and Standardizing Stx Nomenclature. J. Clin. Microbiol. 50 (9), 2951–
2963. doi: 10.1128/JCM.00860-12

Seemann, T. (2014). Prokka: Rapid Prokaryotic Genome Annotation.
Bioinformatics 30, 2068–2069. doi: 10.1093/bioinformatics/btu153

Silva, M., Machado, M. P., Silva, D. N., Rossi, M., Moran-Gilad, J., Santos, S., et al
(2018). chewBBACA: A Complete Suite for Gene-by-Gene Schema Creation
and Strain Identification. Microb. Genom. 4 (3), e000166 doi: 10.1099/
mgen.0.000166

Smith, A. M., Bosco, K. J., Nicol, M. P., Kleynhans, J., McCulloch, M., Duze, S. T.,
et al. (2017). Genome Sequence for Shiga Toxin-Producing. Genome Announc.
5 (38), e00989-17. doi: 10.1128/genomeA.00989-17

Wirth, T., Falush, D., Lan, R., Colles, F., Mensa, P., Wieler, L. H., et al. (2006). Sex
and Virulence in Escherichia Coli: An Evolutionary Perspective. Mol.
Microbiol. 60, 1136–1151. doi: 10.1111/j.1365-2958.2006.05172.x

Yang, X., Bai, X., Zhang, J., Sun, H., Fu, S., Fan, R., et al. (2019). Escherichia Coli
Strains Producing a Novel Shiga Toxin 2 Subtype Circulate in China. Int. J.
Med. Microbiol. 10 (1), 151377. doi: 10.1016/j.ijmm.2019.151377

Zankari, E., Hasman, H., Cosentino, S., Vestergaard, M., Rasmussen, S., Lund, O.,
et al. (2012). Identification of Acquired Antimicrobial Resistance Genes. J.
Antimicrob. Chemother. 67 (11), 2640–2644. doi: 10.1093/jac/dks261
Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2022 Michelacci, Montalbano Di Filippo, Gigliucci, Arancia, Chiani,
Minelli, Roosens, De Keersmaecker, Bogaerts, Vanneste and Morabito. This is an
open-access article distributed under the terms of the Creative Commons Attribution
License (CC BY). The use, distribution or reproduction in other forums is permitted,
provided the original author(s) and the copyright owner(s) are credited and that the
original publication in this journal is cited, in accordance with accepted academic
practice. No use, distribution or reproduction is permitted which does not comply with
these terms.
February 2022 | Volume 12 | Article 842508

https://doi.org/10.2807/1560-7917.ES.2016.21.38.30343
https://doi.org/10.3201/eid2703.203110
https://doi.org/10.3201/eid2212.160017
https://doi.org/10.1128/AAC.01310-13
https://doi.org/10.1038/srep43136
https://doi.org/10.1186/1471-2164-9-560
https://doi.org/10.1186/1471-2164-9-560
https://doi.org/10.1128/JCM.03617-13
https://doi.org/10.1128/JCM.00008-15
https://doi.org/10.1186/s12864-018-5045-7
https://cran.r-project.org/web/packages/factoextra/index.html
https://cran.r-project.org/web/packages/factoextra/index.html
https://doi.org/10.1099/mic.0.000003
https://doi.org/10.1099/mic.0.000003
https://doi.org/10.4315/0362-028X.JFP-16-176
https://doi.org/10.18637/jss.v025.i01
https://doi.org/10.1093/bioinformatics/btl529
https://doi.org/10.2903/sp.efsa.2018.EN-1498
https://doi.org/10.1007/s10096-019-03755-0
https://doi.org/10.1128/microbiolspec.EHEC-0024-2013
https://doi.org/10.1128/microbiolspec.EHEC-0024-2013
https://doi.org/10.1099/jmm.0.000738
https://doi.org/10.1128/JCM.00860-12
https://doi.org/10.1093/bioinformatics/btu153
https://doi.org/10.1099/mgen.0.000166
https://doi.org/10.1099/mgen.0.000166
https://doi.org/10.1128/genomeA.00989-17
https://doi.org/10.1111/j.1365-2958.2006.05172.x
https://doi.org/10.1016/j.ijmm.2019.151377
https://doi.org/10.1093/jac/dks261
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/cellular-and-infection-microbiology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/cellular-and-infection-microbiology#articles

	Population Analysis of O26 Shiga Toxin-Producing Escherichia coli Causing Hemolytic Uremic Syndrome in Italy, 1989–2020, Through Whole Genome Sequencing
	Introduction
	Materials and Methods
	Bacterial Strains and Whole Genome Sequencing
	Characterization of Bacterial Strains Through WGS Analysis
	Hierarchical Cluster Analysis
	Phylogenomics Based on Core Genome Multi Locus Sequence Typing
	Plasmids Comparison

	Results
	Basic Genomic Characterization of O26 STEC Strains
	Hierarchical Cluster Analysis
	Comparison of Virulence Plasmids
	Phylogenomics Investigation

	Discussion
	Data Availability Statement
	Author Contributions
	Funding
	Acknowledgments
	Supplementary Material
	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 /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages false
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /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 false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /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 false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /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 ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /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
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


