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Abstract
The surveillance of antimicrobial-resistant isolates has proven to be one of the most valuable tools to understand the global
rise of multidrug-resistant bacterial pathogens. We report the first insights into the current situation in the Caribbean, where
a pilot project to monitor antimicrobial resistance (AMR) through phenotypic resistance measurements combined with
whole-genome sequencing was set up in collaboration with the Caribbean Public Health Agency (CARPHA). Our first study
focused on Klebsiella pneumoniae, a highly relevant organism amongst the Gram-negative opportunistic pathogens
worldwide causing hospital- and community-acquired infections. Our results show that not only carbapenem resistance, but
also hypervirulent strains, are circulating in patients in the Caribbean. Our current data does not allow us to infer their
prevalence in the population. We argue for the urgent need to further support AMR surveillance and stewardship in this
almost uncharted territory, which can make a significant impact on the reduction of antimicrobial usage. This article contains
data hosted by Microreact (https://microreact.org).

disseminating plasmids encoding AMR genes [2]. Monitoring the spread of resistant strains and resistance elements is
further complicated as most of these bacteria are opportunistic pathogens that can be carried asymptomatically as
part of the human microbiota. The mobility of people today,
thus, greatly contributes to their worldwide spread. The
phenomenon has been recognized by the major publichealth agencies, and several surveillance programmes have
been set in place to assess the prevalence of AMR in bacteria. This facilitates more informed decisions for interventions, guidelines for AMR practice and contributes to our
understanding of the mechanisms leading to dissemination
of AMR and the emergence of new resistances or high-risk
lineages [1].

DATA SUMMARY
1. Raw sequencing data have been deposited at the sequence
read archive (SRA), and assemblies have been deposited at
GenBank, accession numbers for all are given in Table S1.
2. The data of measured resistance phenotypes (VITEK) is
provided in Table S1.
3. The tree file and associated metadata can be investigated
and downloaded through the free online platform Microreact (https://microreact.org/project/S1-a7KAkV).
4. Additional tree files and alignments have been deposited
in figshare, https://doi.org/10.6084/m9.figshare.7867760.v1.

INTRODUCTION

The Caribbean is a setting with a highly mobile population.
The Caribbean Public Health Agency (CARPHA) incorporates 21 island states and 3 located in the Central and South
American mainland (http://carpha.org/Who-We-Are/
Member-States; Fig. 1a). This project was launched as part
of a longitudinal AMR surveillance strategy in the

The increasing level of antimicrobial resistance (AMR) in
bacterial pathogens is one of the biggest worldwide threats
for public health [1]. The spread is amplified as mobile
resistance elements can cross both geographical and species
borders, and the Enterobacteriaceae are especially prone to
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Caribbean, initiated with funding from the United States
Centers for Disease Control and Prevention (CDC) in 2016,
to provide insight into the current state of AMR and to
develop an antimicrobial stewardship programme. AMR
surveillance is essential to identify potentially problematic
clones and resistances, prevent future epidemics and recognize on-going epidemics, set measures to prevent further
spread of high-risk clones, and better inform antimicrobial
usage for health-care workers. To be effective, AMR surveillance needs to be established in combination with infection
control and antimicrobial stewardship.

SIGNIFICANCE AS A BIORESOURCE TO THE
COMMUNITY
This BioResource contains the whole-genome sequence
data of 270 Klebsiella pneumoniae isolates, information
about encoded resistance genes and the phylogeny of
the isolates, their distribution in the global K. pneumoniae
population and their resistance phenotype data as determined by the VITEK 2 compact system. The isolates are
recent (2017 through 2018) and represent clinically relevant patient isolates from 15 different sites in 13 Caribbean states. These data will be of interest for
researchers working on K. pneumoniae and other opportunistic pathogens, as well as those interested in mobile
genetic elements carrying antimicrobial-resistance
(AMR) cassettes. Our data is the only recent survey of
antimicrobial-resistant opportunistic pathogens from
multiple sites within the Caribbean, and is of high significance for the global surveillance of K. pneumoniae and
AMR elements. This BioResource is made available
through data provided with this article, as well deposition
of the raw data in the relevant archives, and an interactive platform (Microreact) to enquire and download analyses (phylogenetic tree, metadata).

Our pilot project targeted Klebsiella pneumoniae, a member
of the Enterobacteriaceae and recognized as one of the
greatest threats for public health amongst multi-resistant
Gram-negative opportunistic pathogens [3, 4]. A Caribbean-wide point prevalence survey (PPS) showed high usage
of b-lactam antibiotics, especially third-generation cephalosporins, as well as quinolones, macrolides and a considerable degree of carbapenem usage (Figs 1b and S1, available
with the online version of this article). We report the results
of the first two surveys of isolates collected across the CARPHA member states (CMS). The first batch of isolates were
collected in early 2017 with a second set of samples submitted to CARPHA during first half of 2018. Unfortunately,
funding for this project has ceased along with CARPHAbased AMR surveillance. We provide an important snapshot
of AMR across the Caribbean, including phenotypic and
genomic data, analysis of the virulence and antimicrobial
determinants, and the phylogenetic distribution of the
Caribbean isolates in the context of the global K. pneumoniae population structure [5].

anonymise the hospitals and states. The isolates were not
selected for submission in a formal or structured fashion,
and submission was dependent on the availability of transport media and staff. The isolates were mainly from the
bloodstream, wounds and urine samples, but also from a
wide range of other sources, including cerebrospinal fluid
(CSF); further details on the specimens, as well as all
accession numbers and sequencing details, are given in
Table S1. Phenotypes and antimicrobial susceptibilities
were determined using the VITEK 2 compact system (bioMerieux) within the CARPHA Laboratory, Port of Spain,
Trinidad.

METHODS
Antimicrobial usage data
The point prevalence survey (PPS) data were collected, as
part of the Caribbean antimicrobial stewardship training
programme, between March and May 2018. A World
Health Organization (WHO) 2017 draft data collection
form was used as a template, which was modified by the
pharmacists during the training programme to better suit
the Caribbean island hospitals, and was sent to pharmacist
teams, who collected the data. The sampling represents a
single collection time per hospital (one or a few days
depending on hospital size); an individual patient was
sampled only once. Twelve hospitals from nine states
(Anguilla, Antigua, Bermuda, Dominica, Grenada,
Jamaica, Nevis, Trinidad, Turks and Caicos Islands) submitted data in time for analysis in June 2018. A total of
1248 patients were reviewed, of which 681 patients had
been prescribed 1136 antibiotics.

Sequencing and typing analyses
DNA was isolated using a QIAamp DNA mini kit, following manufacturer’s instructions, within the CARPHA
Laboratory; Illumina sequencing libraries with a 450 bp
insert size were prepared according to the manufacturer’s
protocols and sequenced on an Illumina HiSeq2000 with
paired-end reads with a length of 100 bp; accession numbers of all samples are given in Table S1. The data was
de novo assembled using the pipeline as described by
Page et al. [6], and annotated with Prokka v1.5 using
the -genus Klebsiella option [7]. Multiple locus sequence
types (STs) were predicted as described previously [8].
Capsule (K-) and O-antigen (O-) types were predicted
using Kaptive [9] [scripts and databases were retrieved
from Kaptive (https://github.com/katholt/Kaptive, downloaded 15. 04. 2018)].

Sample collection
Isolates were submitted by hospitals from the CMS: Antigua, Barbados, Belize, Bermuda, Cayman Islands, Dominica, Grenada, Haiti, Saint Kitts, Saint Lucia, Saint Vincent
and Trinidad. Contributing CMS were encoded to
2
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Fig. 1. Comparing PPS data with phenotypic resistance profiles of the bacterial isolates. (a) Map showing the CMS (white), highlighting
the countries contributing data to the PPS (blue), contributing bacterial isolates (red) and contributing to both (magenta). (b) Percentage
of the total prescribed antibiotics during the PPS grouped into the main classes. AGly, aminoglycosides; FQ, fluoroquinolones; ML, macrolides; TMT, trimethoprim-sulfobactam; TetCy, tetracyclines. b-Lactams are further split into penicillins, cephalosporins (C1, first generation; C2, second generation; C3, third generation), b-lactam-b-lactamase-inhibitor combinations (BlaInh) and carbapenems (CP).
(c) Phenotypic resistance data from the VITEK screening, showing the total number of strains, the main antimicrobial classes are indicated as in (b).

AMR and virulence prediction
The presence of AMR genes and plasmid replicons was predicted using the srst2-argannot version as available for ariba
[10–12] and plasmid replicons [13], respectively. Klebsiellaspecific virulence determinants were investigated using Kleborate (https://github.com/katholt/Kleborate), which also
provides known SNP-based resistance determinants for fluoroquinolone resistance (gyrA, parC) and colistin (none
detected in this study). Boxplots and testing for significant
differences between AMR determinants per ST were calculated using the ggplot2 boxplot function with the stats_compare_means function from the ggpubr package with the
standard settings comparing indicated pairwise groups as
well as a global comparison (https://rpkgs.datanovia.com/
ggpubr/index.html, http://www.sthda.com/english/rpkgs/
ggpubr) [14].

(-c) [17], and then a maximum-likelihood tree was calculated with RAxML v8.2.8 with the general time-reversible
(GTR) substitution matrix and gamma model of rate heterogeneity (-m GTRGAMMA), the rapid hill-climbing tree
search (-f d) and 100 bootstrap replicates for support values [18]. The data were visualized with the ggtree and
ggplot2 packages in R [14, 19]. As some of the publicly
available strains were only available as reads for the core
gene analysis of ST86, all isolate data used in the analyses
was assembled using Shovill v1.0.1 (https://github.com/
tseemann/shovill) with Spades as implemented and an
expected genome size of 5.8 Mb, and annotated using
Prokka as above. The pan-genomes of these smaller selections were generated using Roary as described above but
disabling paralogue splitting (-s).

Core genome phylogenies
The mapping and core genome alignment preparation was
performed using snippy v4.3.3 (https://github.com/tseemann/snippy) with reads if available or otherwise with the
snippy -contigs input option to shred assemblies. Recombination was removed with gubbins v1.4.10 ([20]; FastML 2

Pan-genome and core gene analyses
The pan-genome was determined and core gene alignments were generated using Roary v3.7.0 [15] with the
default conditions using MAFFT v7.205 [16]; SNPs were first
extracted using snp-sites v2.3.2 using only ATGC columns
3
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with Jukes Cantor model) after removing special characters
with the snippy-clean_full_aln script provided with Snippy,
and ACGT-only SNPs were extracted from the recombination-free alignment using snp-sites with the -c option as
above. The resulting alignment was used for tree calculation
with iqtree v1.6.5 [21] with the GTR model and gamma correction using ASC (ascertainment bias correction) for
SNPs-only alignments (-m GTR+G+ASC) and 100 bootstrap replicates (-bb 100). Pairwise SNP distances were calculated using the dist.gene() function from the ape package
for R [22], and visualized using ggplot2, ggtree and gheatmap [14, 19]. The mapping for the main STs (11, 15, 307,
405) was performed against closed reference genomes of the
same or related STs [ST11, CP025951.1; ST15, CP008929.1;
ST307, NCTN01000001 (not a closed chromosome, but representing an >5 kb contig); ST405, CP008929.1], and an outgroup from closely related STs was included (for ST11,
AMR0203; ST15, AMR0417; ST307, AMR0163 and
ERS2489012; ST405, AMR0445 and CP008929.1 used as a
reference but also removed for the visualization as no ST405
reference was available). The consensus trees retrieved from
iqtree were rooted on the outgroup lineages in FigTree
(http://tree.bio.ed.ac.uk/software/figtree/); for visualization
only, the outgroup branch was removed after using it to
root the tree. The original alignments and trees can all be
found on figshare (https://doi.org/10.6084/m9.figshare.
7867760.v1). The mapping and pairwise SNP distances for
Klebsiella quasipneumoniae subsp. quasipneumoniae,
K. pneumoniae sensu stricto and ST86 were calculated as
described above, using CP029597.1, AP006725.1 and
CP006648.1 as references, respectively, and no outgroups
were included.

isolated from urine or blood samples, others included isolates from wound infections, invasive isolates from
abscesses and a CSF isolate from one fatal case of meningitis. A significant proportion of the isolates included in this
study were resistant to fluoroquinolones, trimethoprim
and b-lactams, which represent the major classes of antimicrobials used against Gram-negative infections (Fig. 1c).
We note high carbapenem usage but low resistance in our
isolates (Fig. 1b, c), and no usage or resistance could be
seen for tigecycline (Figs 1 and S1). Phenotypic screening
confirmed a high level of extended-spectrum b-lactamase
(ESBL) presence (31.5 % resistant to ceftriaxone) and, to a
similar extent, reduced susceptibility to other antimicrobial
classes such as aminoglycosides (gentamicin 27 % resistant
and 0.4 % intermediate) and fluoroquinolones (ciprofloxacin 26.7 % resistant); whereas only a small proportion
(1.1 % resistant, 0.74 % intermediate) of the isolates were
phenotypically carbapenem resistant. We also note a relatively low proportion of amikacin (0.74 % resistant, 9.3 %
intermediate) and piperacillin-tazobactam (10 % resistant,
10.7 % intermediate) resistance, the latter representing a
key alternative to carbapenems in treating ESBL-positive
organisms (Fig. 1c).

Sampled K. pneumoniae population structure
Using whole-genome sequences, the Caribbean isolates
were compared to a global collection designed to capture
the K. pneumoniae species complex population diversity
[5]. The K. pneumoniae population in the Caribbean shows
similar diversity when considering the O-antigen or capsule
loci, as well as the range of multilocus STs present in this
region (Fig. 2a), meaning that they are not comprised of
only one or few widespread lineages in the Caribbean, but
are representative of a genetically diverse established population. What is commonly summarized as K. pneumoniae
represents a species complex, comprising K. pneumoniae
sensu stricto, K. quasipneumoniae with its subspecies quasipneumoniae and similipneumoniae, and Klebsiella variicola
[5, 23]. The latter was recently further classified as new subspecies were recognized (variicola and tropicalensis) [24],
and an additional species, Klebsiella africanensis, was also
identified only recently [24]. Our data shows a high diversity of isolates including three species of the sequence complex (K. pneumoniae, K. quasipneumoniae, K. variicola;
Fig. 2b), and we note a high number of closely related members of K. quasipneumoniae subsp. similipneumoniae. Thirteen isolates of ST1605 were identified with no SNPs in the
core genome compared to a reference genome of the subspecies (K. quasipneumoniae subsp. similipneumoniae strain
ATCC 700603 CP029597.1 [25]; Fig. S2) and no clearly
identifiable gene differences other than uncertainty through
short-read sequencing, indicating one circulating lineage
and possibly direct transmission events [26, 27]. K. quasipneumoniae subsp. similipneumoniae has recently been recognized as an important contributor to hospital infections
[28–32]. We also notice higher numbers of K. quasipneumoniae subsp. quasipneumoniae, whereas K. variicola seems
underrepresented, when compared to the broad

RESULTS
Antimicrobial usage in the region
A first initiative included the PPS of antimicrobial usage in
the region. As this represents the pilot of setting up surveillance in the region and relied on voluntarily submitted data
and capacity, the hospitals providing data for the PPS do
not fully overlap with the hospitals providing the isolates
described below, but cover the catchment area and give a
broad overview of local usage (Fig. 1a). The PPS shows that
b-lactams were by far the most used intravenous antimicrobials (ceftriaxone 22.5 %, amoxicillin-clavulanic acid 13.3 %,
cefuroxime 10.4 %, piperacillin-tazobactam 7.6 %) with the
exception of comparable high usage of metronidazole
(17.8 %; Figs 1b and S1). Quinolones and macrolides were
the predominant orally prescribed antimicrobials (20.3 and
21 %, respectively), as well as high levels of amoxicillin-clavulanic acid and cefuroxime usage (13.8 and 11.2 %). In total,
60.6% of all used antimicrobials were b-lactams, with 4.2 %
of the total carbapenems.
Phenotypic description
The isolates included in this study were submitted by a
total of 15 different hospitals in 12 CMS following two
calls for isolates (Fig. 1a). Although the majority were
4
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Fig. 2. The Caribbean data in a global context. (a) Comparison of the diversity based on capsule (K), O-antigen (O) and STs compared
with the global population study of Holt et al. from 2015 [5]. (b) Comparison of the three different species between the global collection
and this study. (c) Phylogenetic analysis of the retrieved isolates demonstrates that they represent the global K. pneumoniae population
as established by Holt et al. in 2015.

with levels of ESBL-mediated resistance over 80 % and
carbapenem
resistance
over
25 %
in
several
countries (https://www.paho.org/hq/dmdocuments/2017/
2014-cha-informe-anual-relavra.pdf). Our analysis of the
genomic data shows a high number of acquired-drugresistance genes present in the genomes of a considerable
number of isolates and STs (Figs 3a, b and S3), and a
high diversity including ESBL genes (blaCTX-M-14, blaCTXM-15, blaSHV100, blaSHV101, blaSHV27, blaSHV38, blaSHV70,
blaSHV98, blaSHV99), AmpC-type b-lactamases (blaDHA1)
and two carbapenemases (blaKPC2 and blaKPC3) (Fig. S3).
The genotypic predictions of resistance largely match with

K. pneumoniae diversity as established by Holt et al. in 2015
(Fig. 2c) [5].

AMR determinants
There is little recent information available about how
widespread AMR is in the region apart from single country reports [33–35], and no CMS are enrolled in the
Global Antimicrobial Resistance Surveillance System
(GLASS). However, the Caribbean is located between two
hotspots of carbapenem-resistant K. pneumoniae, which
are a recognized high risk in the USA (https://www.cdc.
gov/hai/organisms/cre/index.html) and South America
5
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Fig. 3. Whole-genome sequencing analysis reveals several high-risk clones with high AMR and hypervirulent lineages. The guidance
tree is based on the core gene alignment as obtained by roary, and the colour strips represent, from the left, the major STs as determined by multilocus sequence typing (MLST), the country-code of isolation and the specimen from which the isolate was obtained, and
whether these were delivered in the first or second batch (early/late 2017). The heat maps represent the measured resistance
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phenotype as determined by VITEK (green, sensitive; yellow, intermediate; violet, resistant), and the predicted resistance genes as
well as chromosomal mutations known to confer resistance (gyrase and topoisomerase mutations conferring fluoroquinolone resistance). (b) Number of resistance determinants per strain, comparing the main STs with the background population. AGly, Aminoglycosides; FQ, fluoroquinolones; TMT, trimethoprim-sulfobactam.

between different STs, as reflected in the SNP distances
when comparing the pairwise distances within the main STs
to all other pairwise hits (Fig. 4b). We also observed differences within the main STs, where ST15 shows high and
ST11 visible diversity on this very large scale (Fig. 4b),
focusing on the smaller scale highlights that even within the
seemingly clonal STs, clear differences can be observed
(Fig. 4c).

their phenotypic resistance profiles; of 85 ceftriaxoneresistant strains, 83 encode an ESBL and/or carbapenemase (80 blaCTX-M-15, 1 blaCTX-M-14, 1 blaCTX-M-15 and
blaKPC2, 1 blaKPC3) and of 3 carbapenem-resistant strains,
2 encode a carbapenemase (Fig. 3). The majority of
observed resistant isolates, however, are clustered in several STs; including globally recognized high-risk clones
ST11, ST15, ST307 and ST405 [4, 36] (Fig. 3b). Also
present at low numbers, even in our limited number of
samples, are high-risk clones such as ST258 [37];
although this isolate did not carry a carbapenemase gene.
To gain further insights into the high-risk STs and the
level of diversity amongst isolates of the same ST, we performed several high-resolution analyses within these and
in context with publicly available data.

To get insights into the diversity within these STs beyond
their AMR and virulence determinants, we performed
core genome SNP analyses, using a reference sequence of
the same or related STs to increase coverage of the highly
diverse Klebsiella genome (Fig. S4, Table S2; details in Methods). We furthermore included published data from several
studies, adding both data from local outbreaks, as well as
longitudinal surveillance or sporadic isolates unrelated to
the related outbreaks, to bring our isolates into context of
clonal lineages as well as circulating diversity [5, 32, 37–54].
This matches the varying patterns of AMR determinants we
see (Figs 3, S3 and S4), with ST15, ST307 and ST405 representing several clearly distinct, diverse lineages circulating
in the Caribbean, whereas ST11 is, with one exception, a

Major antimicrobial STs
Our first experiment addressed the diversity of the different,
at first sight seemingly clonal, STs. We, therefore, performed
a core-genome analysis of all isolates belonging to K. pneumoniae sensu stricto against the same reference
(AP006725.1), and compared the pairwise SNP distances
(Fig. 4). The tree (Fig. 4a) clearly shows the deep branches

Fig. 4. The diversity of K. pneumoniae sensu stricto isolates. (a) Phylogenetic tree based on the core genome alignment, mapping all K.
pneumoniae sensu stricto strains from this study (reference used: AP006725.1) and removing recombination. The tips are coloured
according to the main STs as indicated in the legend or shown in dark grey for all other STs. (b) Pairwise SNP comparison, grouping
within-ST pairs for the main STs, and others (within less prevalent STs and not within STs). (c) Subset of (b) showing only the main
STs to give a higher resolution in the low value range.
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Fig. 5. Virulence factors and their distribution compared to AMR and plasmid replicons. Guidance tree as in Fig. 3; the virulence determinants are shown as predicted by Kleborate. The panels show the summarized number of virulence determinants, AMR genes and
plasmid replicons (left to right) as indicated. Details of all AMR alleles and plasmid replicon types are given in Fig. S3 and in the Microreact files.
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monophyletic group (Fig. S4). The comparison with
included data from local outbreaks (ST15 outbreak in Nepal
[39], ST405 in Spain [48], ST11 in PR China [55]) clearly
indicates a high diversity circulating; with occasional likely
direct transmission networks within the area or hospitals
leading to small groups of almost-identical isolates (Fig. S4).
This is also indicated by the SNP distances; whereas the isolates from this study differ by >100 SNPs in ST15 and
ST405 and do not branch as one monophyletic lineage,
ST11 and ST307 isolates differ by <10 SNPs and branch off
as monophyletic lineages (Fig. S4). Although this of course
depends largely on the available data, the close SNP distances seem to indicate a transmission network within the
island region that is likely underestimated given our incomplete sampling.

isolates; Figs 3 and 5) [57–61]. Additional virulence factors
are further siderophore systems, encoding salmochelin,
yersiniabactin and colibactin. The ST86 isolate 17–02612
was derived from fatal case of community-acquired meningitis, which affected a previously healthy patient. A comparison of our isolates with other publicly available ST86
isolates included a meningitis case in geographical proximity ([61]; Fig. S5). Whilst these two meningitis cases are
both typed as ST86, it seems unlikely they were derived
from one circulating lineage as they show 405 SNPs difference whilst having been isolated only 2 years apart (Fig.
S5). However, we notice that the meningitis cases encode
the full potential of virulence factors associated with hypervirulent K. pneumoniae, importantly the hypermucoidy
regulator rmpA/rmpA2, as well as aerobactin and salmochelin (Figs 5 and S5). All ST86 isolates encode capsule
type K2, which is often associated with invasive K. pneumoniae isolates (Figs 5 and S6). The ST23 isolate and one
of the ST65 isolates (AMR0288) also encode the genes for
aerobactin, yersiniabactin, salmochelin and colibactin as
well as the rmpA hypermucoidity regulator gene, indicating
a diverse reservoir of hypervirulent strains circulating in
the region (Fig. 5).

(Hyper)virulence factors
K. pneumoniae is increasingly recognized as causing severe,
community-acquired invasive disease including liver
abscess, pneumonia or meningitis, which are commonly
associated with different clonal groups than the highly
drug-resistant isolates [56]. The main factors associated
with hypervirulence are the hypermucoid phenotype
through the capsule regulator gene rmpA/rmpA2, the siderophore aerobactin, and the capsule types K1 or K2, with
the two former encoded on a virulence plasmid characteristic for invasive strains [56] (Fig. 5). In addition to the
main high-risk clones with respect to AMR, we noticed
isolates belonging to lineages known to harbour hypervirulent isolates [56]: one ST23 isolate (AMR0157; urine isolate), two isolates belonging to ST65 (AMR0288 and
AMR0296; unknown isolation source) and three to ST86
(17–02612, AMR0062, AMR0879; CSF, respiratory, urine

Highly diverse pool of high-risk clones carrying
resistance and virulence plasmids circulating in
the Caribbean
Comparing the number of resistance and virulence determinants shows the typical split distribution with highly virulent and highly resistant strains (Fig. 5), but the
convergence between virulence and resistance cannot be
observed in our limited sampling data, although all ingredients are present in the local gene pool. Whilst our

Fig. 6. Bloodstream isolates are highly resistant but not enriched in virulence factors. Isolates are stratified by sample specimen,
showing (a) the number of resistant or intermediate readouts on the VITEK system, (b) the number of predicted resistance determinants and (c) the number of predicted virulence determinants.
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were funded by the US Centers for Disease Control and Prevention
(CDC).

sampling call was targeted at AMR surveillance and we,
thus, see a high number of blood and urine isolates with
high-resistance profiles but no (bloodstream isolates) or few
(urine isolates) with an enriched number of virulence determinants (Fig. 6). The origins of strains with several virulence determinants includes sterile sites such as CSF and
abscesses indicative of causing invasive disease as seen in
the fatal meningitis case (Figs S5 and S6) [62].

Acknowledgements
We thank the public and hospital laboratories of the CMS for their
participation in this study. We thank the Wellcome Trust Sanger Institute Pathogen Informatics team for expert informatics support.
Author contributions
E. H., R. B. and N. R. T. conceptualized and designed the study. A. M.
sourced the isolates. A. M. and K. P. identified and performed susceptibility testing, and E. H. analysed the data. E. H., R. B. and N. R. T. interpreted the data and wrote the manuscript.

DISCUSSION

Conflicts of interest
The authors declare that there are no conflicts of interest.

This study aimed to establish a genomic surveillance network across the Caribbean. Although this study was prematurely terminated, it has provided important data. We show
that several high-risk multidrug-resistant bacterial clones
are present in clinical samples collected across the Caribbean. For K. pneumoniae, these include STs ST258, ST11,
ST15, ST307 and ST405. The diversity of the high-risk
clones highlights that the risks from AMR are not limited to
or described by the spread of a single high-risk lineage
across different states or islands. Neither do we see indications for a single plasmid or genetic island moving between
relevant pathogens causing disease, but a large pool of
diverse K. pneumoniae lineages and resistance genes distributed across the region.

Ethical statement
No ethics permission was required for the antibiotic PPSs as these
were service reviews. All data were anonymised by the submitting
hospitals.
References
1. WHO. Antimicrobial Resistance: Global Report on Surveillance.
Geneva: WHO; 2014. https://www.who.int/drugresistance/documents/surveillancereport/en.
2. Wilson H, Török ME. Extended-spectrum b-lactamase-producing
and carbapenemase-producing Enterobacteriaceae. Microb Genom
2018;4:000197.
3. WHO. Global Priority List of Antibiotic-Resistant Bacteria to Guide
Research, Discovery, and Development of New Antibiotics. Geneva:
WHO; 2017. http://www.who.int/medicines/publications/globalpriority-list-antibiotic-resistant-bacteria/en/.

Given the limitations and the lack of a structured surveillance framework, we cannot conclude whether our data
accurately reflects the true prevalence or the full extent of
spread of these bacteria across this region. However, even
given our limited sampling, there is a significant risk of
rapid spread or ongoing, unnoticed epidemics of some of
these high-risk clones, the presence and circulation of which
will be hidden from view without using highly accurate
approaches such as whole-genome sequencing.

4. Wyres KL, Holt KE. Klebsiella pneumoniae as a key trafficker of
drug resistance genes from environmental to clinically important
bacteria. Curr Opin Microbiol 2018;45:131–139.
5. Holt KE, Wertheim H, Zadoks RN, Baker S, Whitehouse CA et al.
Genomic analysis of diversity, population structure, virulence, and
antimicrobial resistance in Klebsiella pneumoniae, an urgent threat
to public health. Proc Natl Acad Sci USA 2015;112:E3574–E3581.
6. Page AJ, De Silva N, Hunt M, Quail MA, Parkhill J et al. Robust
high-throughput prokaryote de novo assembly and improvement
pipeline for Illumina data. Microb Genom 2016;2:e000083.

Descriptions of infections caused by hypervirulent K. pneumoniae strains in the Caribbean are so far rare [61, 63], but
given the lack of surveillance, these observations might only
represent the tip of the iceberg. The presence of high-risk
multidrug resistant and hypervirulent strains, most of which
are carried on mobile elements, also bears the further threat
of the convergence to a multidrug-resistant hypervirulent
strain. This has been reported recently for ESBL-positive
ST29 [64], KPC (K. pneumoniae carbapenemase)-positive
ST11 acquiring hypervirulence features [47, 59], and hypervirulent ST23 acquiring AmpC DAC-1 and ESBL enzymes
[65]. All these components are part of the K. pneumoniae
pool circulating in the Caribbean. We argue that it is of crucial importance to continue the building of a systematic surveillance framework in the Caribbean, to fully assess the
situation, provide informed guidelines for antimicrobial use
and update these, as well as monitor high-risk clones and
prevent outbreaks at their start.

7. Seemann T. Prokka: rapid prokaryotic genome annotation.
Bioinformatics 2014;30:2068–2069.
8. Page AJ, Taylor B, Keane JA. Multilocus sequence typing by blast
from de novo assemblies against PubMLST. J Open Source
Software 2016;8:118.
9. Wyres KL, Wick RR, Gorrie C, Jenney A, Follador R et al. Identification of Klebsiella capsule synthesis loci from whole genome
data. Microb Genom 2016;2:e000102.
10. Gupta SK, Padmanabhan BR, Diene SM, Lopez-Rojas R, Kempf M
et al. ARG-ANNOT, a new bioinformatic tool to discover antibiotic
resistance genes in bacterial genomes. Antimicrob Agents
Chemother 2014;58:212–220.
11. Inouye M, Dashnow H, Raven LA, Schultz MB, Pope BJ et al.
SRST2: rapid genomic surveillance for public health and hospital
microbiology labs. Genome Med 2014;6:90.
12. Hunt M, Mather AE, S
anchez-Busó L, Page AJ, Parkhill J et al.
ARIBA: rapid antimicrobial resistance genotyping directly from
sequencing reads. Microb Genom 2017;3:e000131.
13. Carattoli A, Zankari E, García-Fern
andez A, Voldby Larsen M,
Lund O et al. In silico detection and typing of plasmids using PlasmidFinder and plasmid multilocus sequence typing. Antimicrob
Agents Chemother 2014;58:3895–3903.
14. Wickham H. ggplot2 Elegant Graphics for Data Analysis. Springer;
2016.

Funding information
We acknowledge funding from the Wellcome Trust (Sanger Institute
core funding grant 098051). The antimicrobial susceptibility testing
with CARPHA and the antimicrobial stewardship training programme

15. Page AJ, Cummins CA, Hunt M, Wong VK, Reuter S et al. Roary:
rapid large-scale prokaryote pan genome analysis. Bioinformatics
2015;31:3691–3693.

10

Heinz et al., Microbial Genomics 2019;5

16. Katoh K, Standley DM. MAFFT multiple sequence alignment software version 7: improvements in performance and usability. Mol
Biol Evol 2013;30:772–780.

33. Bastian S, Nordmann P, Creton E, Malpote E, Thiery G et al. First
case of NDM-1 producing Klebsiella pneumoniae in Caribbean
islands. Int J Infect Dis 2015;34:53–54.

17. Page AJ, Taylor B, Delaney AJ, Soares J, Seemann T et al. SNPsites: rapid efficient extraction of SNPs from multi-FASTA alignments. Microb Genom 2016;2:e000056.

34. Thoms-Rodriguez CA, Mazzulli T, Christian N, Willey BM, Boyd DA
et al. New Delhi metallo-b-lactamase in Jamaica. J Infect Dev
Ctries 2016;10:183–187.

18. Stamatakis A. Using RAxML to infer phylogenies. Curr Protoc
Bioinformatics 2015;51:6.14.1–6.1414.
19. Yu G, Lam TT, Zhu H, Guan Y. Two methods for mapping and visualizing associated data on phylogeny using ggtree. Mol Biol Evol
2018;35:3041–3043.

35. Akpaka PE, Swanston WH. Phenotypic detection and occurrence
of extended-spectrum beta-lactamases in clinical isolates of Klebsiella pneumoniae and Escherichia coli at a tertiary hospital in Trinidad & Tobago. Braz J Infect Dis 2008;12:516–520.
36. Esteban-Cantos A, Aracil B, Bautista V, Ortega A, Lara N et al.
The carbapenemase-producing Klebsiella pneumoniae population
is distinct and more clonal than the carbapenem-susceptible population. Antimicrob Agents Chemother 2017;61:e02520-16.
37. Bowers JR, Kitchel B, Driebe EM, MacCannell DR, Roe C et al.
Genomic analysis of the emergence and rapid global dissemination of the clonal group 258 Klebsiella pneumoniae pandemic.
PLoS One 2015;10:e0133727.
38. Moradigaravand D, Martin V, Peacock SJ, Parkhill J. Evolution
and epidemiology of multidrug-resistant Klebsiella pneumoniae in
the United Kingdom and Ireland. mBio 2017;8:e01976-16.

20. Croucher NJ, Page AJ, Connor TR, Delaney AJ, Keane JA et al.
Rapid phylogenetic analysis of large samples of recombinant bacterial whole genome sequences using Gubbins. Nucleic Acids Res
2015;43:e15.
21. Nguyen LT, Schmidt HA, von Haeseler A, Minh BQ. IQ-TREE: a fast
and effective stochastic algorithm for estimating maximum-likelihood phylogenies. Mol Biol Evol 2015;32:268–274.
22. Paradis E, Schliep K. ape 5.0: an environment for modern phylogenetics and evolutionary analyses in R. Bioinformatics 2019;35:
526–528.

39. Chung The H, Karkey A, Pham Thanh D, Boinett CJ, Cain AK et al.
A high-resolution genomic analysis of multidrug-resistant hospital
outbreaks of Klebsiella pneumoniae. EMBO Mol Med 2015;7:227–
239.

23. Brisse S, Passet V, Grimont PA. Description of Klebsiella quasipneumoniae sp. nov., isolated from human infections, with two subspecies, Klebsiella quasipneumoniae subsp. quasipneumoniae
subsp. nov. and Klebsiella quasipneumoniae subsp. similipneumoniae subsp. nov., and demonstration that Klebsiella singaporensis
is a junior heterotypic synonym of Klebsiella variicola. Int J Syst
Evol Microbiol 2014;64:3146–3152.

40. Henson SP, Boinett CJ, Ellington MJ, Kagia N, Mwarumba S et al.
Molecular epidemiology of Klebsiella pneumoniae invasive infections over a decade at Kilifi County Hospital in Kenya. Int J Med
Microbiol 2017;307:422–429.

24. Rodrigues C, Passet V, Rakotondrasoa A, Diallo TA, Criscuolo A
et al. Description of Klebsiella africanensis sp. nov., Klebsiella variicola subsp. tropicalensis subsp. nov. and Klebsiella variicola subsp.
variicola subsp. nov. Res Microbiol 2019.

41. Gorrie CL, Mirceta M, Wick RR, Edwards DJ, Thomson NR et al.
Gastrointestinal carriage is a major reservoir of Klebsiella pneumoniae infection in intensive care patients. Clin Infect Dis 2017;65:
208–215.

25. Elliott AG, Ganesamoorthy D, Coin L, Cooper MA, Cao MD. Complete genome sequence of Klebsiella quasipneumoniae subsp. similipneumoniae strain ATCC 700603. Genome Announc 2016;4:
e00438-16.

42. Ludden C, Moradigaravand D, Jamrozy D, Gouliouris T, Blane B
et al. A one health study of the genetic relatedness of Klebsiella
pneumoniae and their mobile elements in the East of England. Clin
Infect Dis 2019.

26. Kwong JC, Lane CR, Romanes F, Gonçalves da Silva A, Easton M
et al. Translating genomics into practice for real-time surveillance
and response to carbapenemase-producing Enterobacteriaceae:
evidence from a complex multi-institutional KPC outbreak. PeerJ
2018;6:e4210.
27. Spencer MD, Winglee K, Passaretti C, Earl AM, Manson AL et al.
Whole genome sequencing detects inter-facility transmission of
carbapenem-resistant Klebsiella pneumoniae. J Infect 2019;78:
187–199.

43. Wyres KL, Nguyen TN, Lam MM, Judd LM, van Vinh Chau N et al.
Genomic surveillance for hypervirulence and multi-drug resistance in invasive Klebsiella pneumoniae from south and southeast
Asia. bioRxiv.
44. Dong N, Zhang R, Liu L, Li R, Lin D et al. Genome analysis of clinical multilocus sequence Type 11 Klebsiella pneumoniae from
China. Microb Genom 2018;4:000149.
45. Lepuschitz S, Schill S, Stoeger A, Pekard-Amenitsch S,
Huhulescu S et al. Whole genome sequencing reveals resemblance between ESBL-producing and carbapenem resistant Klebsiella pneumoniae isolates from Austrian rivers and clinical
isolates from hospitals. Sci Total Environ 2019;662:227–235.

28. Shankar C, Nabarro LEB, Muthuirulandi Sethuvel DP, Raj A,
Devanga Ragupathi NK et al. Draft genome of a hypervirulent
Klebsiella quasipneumoniae subsp. similipneumoniae with novel
sequence type ST2320 isolated from a chronic liver disease
patient. J Glob Antimicrob Resist 2017;9:30–31.

46. Domokos J, Damjanova I, Kristof K, Ligeti B, Kocsis B et al. Multiple benefits of plasmid-mediated quinolone resistance determinants in Klebsiella pneumoniae ST11 high-risk clone and recently
emerging ST307 clone. Front Microbiol 2019;10:157.

29. Ozer EA, Morris AR, Krapp F, Henry CS, Tyo KE et al. Draft
genome sequence of a multidrug-resistant Klebsiella quasipneumoniae subsp. similipneumoniae isolate from a clinical source.
Genome Announc 2016;4:e00422-16.

47. Gu D, Dong N, Zheng Z, Lin D, Huang M et al. A fatal outbreak of
ST11 carbapenem-resistant hypervirulent Klebsiella pneumoniae
in a Chinese hospital: a molecular epidemiological study. Lancet
Infect Dis 2018;18:37–46.

30. Garza-Ramos U, Silva-S
anchez J, Catal
an-N
ajera J, Barrios H,
Rodríguez-Medina N et al. Draft genome sequence of a hypermucoviscous extended-spectrum-b-lactamase-producing Klebsiella
quasipneumoniae subsp. similipneumoniae clinical isolate. Genome
Announc 2016;4:e00475-16.

48. P
erez-V
azquez M, Oteo J, García-Cobos S, Aracil B, Harris SR
et al. Phylogeny, resistome and mobile genetic elements of emergent OXA-48 and OXA-245 Klebsiella pneumoniae clones circulating in Spain. J Antimicrob Chemother 2016;71:887–896.

31. Ejaz H, Wang N, Wilksch JJ, Page AJ, Cao H et al. Phylogenetic
analysis of Klebsiella pneumoniae from hospitalized children, Pakistan. Emerg Infect Dis 2017;23:1872–1875.

49. Long SW, Olsen RJ, Eagar TN, Beres SB, Zhao P et al. Population
genomic analysis of 1777 extended-spectrum beta-lactamaseproducing Klebsiella pneumoniae isolates, Houston, Texas: unexpected abundance of clonal group 307. mBio 2017;8:e00489-17.

32. Heinz E, Ejaz H, Bartholdson Scott J, Wang N, Gujaran S et al.
Resistance mechanisms and population structure of highly drug
resistant Klebsiella in Pakistan during the introduction of the carbapenemase NDM-1. Sci Rep 2019;9:2392.

50. Davis GS, Waits K, Nordstrom L, Weaver B, Aziz M et al. Intermingled Klebsiella pneumoniae populations between retail meats

11

Heinz et al., Microbial Genomics 2019;5

and human urinary tract infections. Clin Infect Dis 2015;61:892–
899.

58. Cubero M, Grau I, Tubau F, Pallar
es R, Dominguez MA et al.
Hypervirulent Klebsiella pneumoniae clones causing bacteraemia
in adults in a teaching hospital in Barcelona, Spain (2007–2013).
Clin Microbiol Infect 2016;22:154–160.

51. Struve C, Roe CC, Stegger M, Stahlhut SG, Hansen DS et al. Mapping the evolution of hypervirulent Klebsiella pneumoniae. mBio
2015;6:e00630.

59. Yao B, Xiao X, Wang F, Zhou L, Zhang X et al. Clinical and molecular characteristics of multi-clone carbapenem-resistant hypervirulent (hypermucoviscous) Klebsiella pneumoniae isolates in a
tertiary hospital in Beijing, China. Int J Infect Dis 2015;37:107–112.

52. Lam MMC, Wyres KL, Wick RR, Judd LM, Fostervold A et al. Convergence of virulence and MDR in a single plasmid vector in MDR
Klebsiella pneumoniae ST15. J Antimicrob Chemother. doi: 10.1093/
jac/dkz028. [Epub ahead of print].

60. Lin JC, Koh TH, Lee N, Fung CP, Chang FY et al. Genotypes and
virulence in serotype K2 Klebsiella pneumoniae from liver abscess
and non-infectious carriers in Hong Kong, Singapore and Taiwan.
Gut Pathog 2014;6:21.
61. Melot B, Brisse S, Breurec S, Passet V, Malpote E et al. Community-acquired meningitis caused by a CG86 hypervirulent Klebsiella
pneumoniae strain: first case report in the Caribbean. BMC Infect
Dis 2016;16:736.

53. Runcharoen C, Moradigaravand D, Blane B, Paksanont S,
Thammachote J et al. Whole genome sequencing reveals highresolution epidemiological links between clinical and environmental Klebsiella pneumoniae. Genome Med 2017;9:6.
54. Smit PW, Stoesser N, Pol S, van Kleef E, Oonsivilai M et al. Transmission dynamics of hyper-endemic multi-drug resistant Klebsiella pneumoniae in a Southeast Asian neonatal unit: a longitudinal
study with whole genome sequencing. Front Microbiol 2018;9:
1197.

62. Shon AS, Bajwa RP, Russo TA. Hypervirulent (hypermucoviscous)
Klebsiella pneumoniae: a new and dangerous breed. Virulence
2013;4:107–118.

55. Zhan L, Wang S, Guo Y, Jin Y, Duan J et al. Outbreak by hypermucoviscous Klebsiella pneumoniae ST11 isolates with carbapenem
resistance in a tertiary hospital in China. Front Cell Infect Microbiol
2017;7:182.

63. Doud MS, Grimes-Zeppegno R, Molina E, Miller N, Balachandar D
et al. A k2A-positive Klebsiella pneumoniae causes liver and brain
abscess in a Saint Kitt’s man. Int J Med Sci 2009;6:301–304.
64. Moura Q, Esposito F, Fernandes MR, Espinoza-Muñoz M, Souza
TA et al. Genome sequence analysis of a hypermucoviscous/
hypervirulent and MDR CTX-M-15/K19/ST29 Klebsiella pneumoniae isolated from human infection. Pathog Dis 2017;75:ftx121.

56. Bialek-Davenet S, Criscuolo A, Ailloud F, Passet V, Jones L et al.
Genomic definition of hypervirulent and multidrug-resistant Klebsiella pneumoniae clonal groups. Emerg Infect Dis 2014;20:1812–
1820.

65. Cheong HS, Chung DR, Lee C, Kim SH, Kang CI et al. Emergence
of serotype K1 Klebsiella pneumoniae ST23 strains co-producing
the plasmid-mediated AmpC beta-lactamase DHA-1 and an
extended-spectrum beta-lactamase in Korea. Antimicrob Resist
Infect Control 2016;5:50.

57. Lam MMC, Wyres KL, Duch^
ene S, Wick RR, Judd LM et al. Population genomics of hypervirulent Klebsiella pneumoniae clonal-group
23 reveals early emergence and rapid global dissemination. Nat
Commun 2018;9:2703.

Five reasons to publish your next article with a Microbiology Society journal
1.
2.
3.
4.
5.

The Microbiology Society is a not-for-profit organization.
We offer fast and rigorous peer review – average time to first decision is 4–6 weeks.
Our journals have a global readership with subscriptions held in research institutions around
the world.
80% of our authors rate our submission process as ‘excellent’ or ‘very good’.
Your article will be published on an interactive journal platform with advanced metrics.

Find out more and submit your article at microbiologyresearch.org.

12

