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Carrying IncK2 Plasmids

Valentina Dona,2* Odette J. Bernasconi,2® Jodo Pires,2? Alexandra Collaud,©
Gudrun Overesch,c Alban Ramette,® 2’Vincent Perreten,c 2’ Andrea Endimiani?

Institute for Infectious Diseases,? Graduate School of Cellular and Biomedical Sciences,® and Institute of
Veterinary Bacteriology, Vetsuisse Faculty,© University of Bern, Bern, Switzerland

ABSTRACT We characterized the genetic environment of mcr-7 in colistin-resistant
Escherichia coli strains isolated in Switzerland during 2014 to 2016 from humans
(n = 3) and chicken meat (n = 6). Whole-genome and plasmid sequencing identi-
fied the mcr-1 gene integrated in IncX4 (of which, one strain carried the mcr-1.2 vari-
ant), Incl2, IncHI2, and novel IncK2 plasmids (overall, n = 7), as well as in the bacte-
rial chromosome (n = 2) in single or duplicate copies. Our study supports the easy
mobilization of mcr-1 across diverse genetic locations.
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n facing an era of multidrug-resistant Enterobacteriaceae, the recent discovery of plasmids

carrying the colistin resistance mcr-1 gene has raised considerable health concern (1, 22).
To date, mcr-1 has been identified in several plasmid types (Incl2, IncHI2, IncX4, IncP, IncY,
and IncF plasmids) (2-5), as well as integrated in the bacterial chromosome primarily
mobilized as ISAplT composite transposon (6-8, 23). Herein, we investigated the mcr-1
genetic environment in colistin-resistant Escherichia coli strains isolated in Switzerland from
humans and retail chicken meat between 2014 and 2016 (Table 1).

Three human isolates of sequence type (ST) 10 and ST5 were isolated from the feces of
two Swiss travelers and an HIV-positive individual (from totals of 38 and 101 subjects,
respectively), as part of two previous studies (Table 1) (9, 10). Strains of retail chicken meat
origin (n = 6) were isolated from meat imported from Germany within the framework of
the National Surveillance Program of Antibiotic Resistance in Switzerland (11). In particular,
4 out of 234 (1.7%) and 2 out of 302 (0.7%) samples in 2014 and 2016, respectively,
harbored mcr-1-carrying E. coli strains belonging to ST38, ST58, ST226, ST1049, and ST1775.
In addition to colistin, seven strains showed resistance to other antibiotics (Table 1).

To characterize the genetic location of mcr-1, whole-genome sequencing of the
strains was performed with the MinlON (Oxford Nanopore) (10). The scaffolds were
corrected with mapped lllumina reads and further characterized with an online plat-
form (www.genomicepidemiology.org/). In human E. coli strains 100R and 19-M12,
mcr-1 was located on a multidrug resistance IncHI2 plasmid of 256 kb (p100R;
KY689633) and 232 kb (p19-M12; KY689632), respectively. Both IncHI2 plasmids exhib-
ited structural similarity with other previously described mcr-1-carrying IncHI2 plasmids
(see Fig. S1 in the supplemental material). In particular, mcr-1 was flanked by two copies
of ISApl7 in opposite orientation, in which the putative pap2 open reading frame (ORF) was
disrupted (Fig. 1).

November 2017 Volume 61 Issue 11 e01245-17 Antimicrobial Agents and Chemotherapy

EPIDEMIOLOGY AND SURVEILLANCE

L)

Check for
updates

Received 16 June 2017 Returned for
modification 25 July 2017 Accepted 18
August 2017

Accepted manuscript posted online 28
August 2017

Citation Dona V, Bernasconi OJ, Pires J, Collaud
A, Overesch G, Ramette A, Perreten V,
Endimiani A. 2017. Heterogeneous genetic
location of mcr-1 in colistin-resistant Escherichia
coliisolates from humans and retail chicken
meat in Switzerland: emergence of mcr-1-
carrying IncK2 plasmids. Antimicrob Agents
Chemother 61:¢01245-17. https://doi.org/10
.1128/AAC.01245-17.

Copyright © 2017 American Society for
Microbiology. All Rights Reserved.

Address correspondence to Vincent Perreten,
vincent.perreten@vetsuisse.unibe.ch, or Andrea
Endimiani, andrea.endimiani@ifik.unibe.ch.

* Present address: Valentina Dona, Institute of
Veterinary Bacteriology, Vetsuisse Faculty,
University of Bern, Bern, Switzerland.

aac.asm.org

ulag Yayloljqigsiaelsianiun Aq 2102 ‘Sz 1890100 uo /Bio wse oee)/:dny woly papeojumod


http://orcid.org/0000-0001-5722-9445
http://orcid.org/0000-0003-3186-5421
http://www.genomicepidemiology.org/
https://www.ncbi.nlm.nih.gov/nuccore/KY689633
https://www.ncbi.nlm.nih.gov/nuccore/KY689632
https://doi.org/10.1128/AAC.01245-17
https://doi.org/10.1128/AAC.01245-17
https://doi.org/10.1128/ASMCopyrightv2
mailto:vincent.perreten@vetsuisse.unibe.ch
mailto:andrea.endimiani@ifik.unibe.ch
http://crossmark.crossref.org/dialog/?doi=10.1128/AAC.01245-17&domain=pdf&date_stamp=2017-8-28
http://aac.asm.org
http://aac.asm.org/

Antimicrobial Agents and Chemotherapy

Dona et al.

Downloaded from http://aac.asm.org/ on October 25, 2017 by Universitaetsbibliothek Bern

*120] JUSJ3YIP Ul $21d0D [-IOW OM],
‘Bupuanbas swouab-sjoym uo paseq sWOSOWOIYD dy) olul parelbaluly
‘AuewIsn woly pauoduwl Sem 1esw USXdIYd [Ie1aYs
CEWXpiq pajesbalul Ajlewosowolyd e bulogiey ulens,
"J9PUI4S9Y YUM PauIWISIap 349M SaUab aduelsisay,
“JI9pul{pIWse|d YUm paulwialap aiam sdnoab Aujiqnedwodul,
‘(KleAnoadsas ‘jw/br 9| 0y | pue
Jw/B6M 01 GZ°0) UNISI0d 10} sabuel DI\ 1UBIRYIP dzA|eue sjaued OM] BY) ‘SuleIlS 1eSW UPIYD 4oy s|pued DISANT 0 sulells uewny 1o 4ZXND sjaued swaisAs dnsoubeiq 31 UONN|IPODIW YLM Paulelqo 219M san|eA DJA>
"loo1usydwiesolyd “THD ‘pIoe DIXIPIjeu “TyN DWIXe1043d ‘X1 ‘aulpAdesnal ‘3] ‘wudoylawi ‘dw1 ‘Dwipizeyad ‘zyD ‘uljpidwe
‘dINY ‘j0zZexoyaweyns ‘XIS ‘9jozexoylaweyns-wudoylawnl ‘| XS uipAdAxop ‘XOq ‘uexopoidid ‘d|D ‘unexoyoad) ‘XAT ‘g uixAwAjod ‘gind ‘unsijod ‘1SD *(LZ ‘07) pPasn aJam euRiud (1STD) d1nsu| spiepuels Aioleioqe
pue [ed1ul]D yaiym 1oy sulpAdoulw pue ‘xOd ‘XINS ‘131 104 1deoxa ‘eusiud (1SydN3) Bunsal Aljigndadsns [eiqoidiwnuy uo 99niwwo) uesdoing ayy 0l buipiodde adAlousyd sjgndsdsnsuou e yum sonolgnue AluQq
'|001ISTIN Yim paulwiRiap sem buidAy adusnbas sndojinw uo paseq (1S) adA1 aduanbas,

ylV4p "Il ‘zins

‘LIns ‘(g)ydw 'ga1s ‘vais ‘bzppp MReRltl]
“Walpjq ‘yzpop zPul
(zt)wiiz ‘[ yppD Lpu| dAY ‘Z¥D ‘dWL
PWOsowoIYD (25 g1d/1142u1 8 XIS “IHD ‘X1D “I¥N ‘131 ‘1SD ¥10Z 60l 1e3W UPIYD [1eI3Y 49051
IYNYI0Dg14/1142u]
4nuj ‘zzyppo Nou|
awosowolyd “AdpIq byl 8 X1 “TVN ‘dWV ‘ZVD ‘15D ¥10¢ 8¢ 1e3W UPIYD |11y €TEIGN
Nm.Em._.B\Q _.XUC_
Lv4p ‘i1 ‘gjns ‘Wilpg Ly dWY
(LoL) oY zins '-pw "M3tpg byl ¥ “I¥N ‘L3L ‘dID ‘dWL ‘XINS ‘1SD vloz  9ze 1e3W UPIYD 1By 9€SIqW
LiLod
LLyyp ‘gins "X 2ojq ‘sypoo Lpu|
Ly4p
‘v391 ‘L ns **"3tojq ‘1 ypoo g14/1142u] 131 ‘dWv
(LoL) oY gins ‘1w Wipjg Pl 8  'X1D ‘Z¥D “I¥N ‘dWL XINS ‘1SD ¥10¢ 8¢ 1edW UIYd |1e1dy 88FIqN
(59) zPu| L-w zPuj v 15D 9l0z  S//L 1e3W UPIYD [1eI3Y Lzzodow
FWalpq Vi4/914/1142u]
(€€) vXou| L-pw XUl v dY ‘15D 910z 8¢ 1e3W UMPIYD [1e3dy L£zodoW
<[EBlY]
1142y
W/12ul
(€€) ¥Xou| z'1-npw XUl 8= gNd ‘15D sLoz S (93lgns +AJH) 9384 uewny 6VELE
Lv4p
‘v333 ‘1 S4ub ‘| yppp " Wilpg g14/114ou]
vLVHp ‘TLY4P
V121 ‘€ns ' Lyjwd ‘(y)ydw
(T€0) THAYI ‘|~pw N3t ‘zypop THPY| 8= 1XS ‘X0d ‘gWd ‘15D S0z S (19]9Ae1}) S3294 URWNH TIN-61
IYNY|0D
LX2U|
ZLYH4p 'y131 ‘gins
‘Lyjw> ‘1 siub ‘bj-(€)ydp
‘bzypov ‘Typow *MDIg E[EVIERI]
vLYV4P
‘SLy4p 'vid1 ‘gns ‘(v)ydw
(9S2) TIHPU|  “[-pw T W3pq ‘zypop ‘| YpOD TIHPY| 8= IXS ‘X0 ‘dID ‘XA1 ‘dWd ‘1SD S0z oL (19]2Ae1}) S3394 UBWNH 4001
(o ul y1bua| prwsejd)  ,(s)duab due)sisal diplwse|d pplwse|d S(Juybr) g9ue]sisal dnoigqnuy pouiad olS 5924N0S  ule)s Jjod 3
uonedo| [-Dw DI unsijod uons||0d

ApN3s SIYy3 Ul papNn[dUl PUBHSZIMS Ul PI1e[OS] SUIRILS [J0D DIYILIaYDsT SAINSOd-[-iow dY} JO SN UNSI|0d pue ‘sausb aduelsisal ‘spiwse|d ay3 jo MaIAIBAQ L 31dVL

aac.asm.org 2

e01245-17

Issue 11

November 2017 Volume 61


http://aac.asm.org
http://aac.asm.org/

Emergence of mcr-1-Carrying IncK2 Plasmids

p100R trhR  trhY 1S mer-1 Ipap2 1SApl]

256kb  -EY-EXT— -
IncHI2

p19-M12 xerD ybaK IS mer-1 Apap2 1S

232kb (Y- - ) -
IncHI2

pMcp0271 mer-1 pap? pir

Bkd - < -

IncX4

p31349 mer-1.2 pap2 pir

Bk - <

IncX4

pMcp0221 nikB ydfA ydfB 15 mer-1 pap?2 ydgA
6skp e A< )<
Incl2

pMbl488 i mer-1 pap2 excA  traJ
01k <)) ) )@
IncK2

MbI536 prdC ISApll merl pap2  exed tral

P

100k <)) E) @<
IncK2

FIG 1 Schematic representation of the genetic environment of mcr-1 in the mcr-1-carrying plasmids. The
open reading frames (ORFs) are illustrated by arrows pointing toward their respective orientation. The
color code is as follows: the transfer-associated genes are in green, mcr-1 is in red, the putative pap2 ORF
is in brown, insertion sequence (IS) elements are in orange, replication initiation protein-encoding gene
(pir) is in dark blue, partitioning genes and toxin/anti-toxin and other stabilization systems are in yellow, and
other genes are in lavender. Important gene names are indicated above the sequence. The indications on the
left-hand side are the respective plasmid profiles. Genes are not drawn to scale.

Two strains from human and chicken meat carried the mcr-1 on 33 kb IncX4
plasmids (p31349 [KY689634] and pMcp0271 [KY565556], respectively) almost identical
to others previously characterized, including the location of mcr-1 lacking the upstream
ISApl1 inserted downstream of pir (Fig. 1; see also Fig. S2 in the supplemental material).
Plasmid p31349 harbored the mcr-1.2 variant first detected in the IncX4 plasmid
PMCR1.2-IT (KX236309) of a Klebsiella pneumoniae carbapenemase (KPC)-producing
Klebsiella pneumoniae strain isolated in Italy (12).

Strain Mcp0221 from chicken meat harbored mcr-7 on a 65-kb Incl2 plasmid
(pMcp0221; KY565557) showing structural similarity with other previously described
mcr-T1-carrying Incl2 plasmids (see Fig. S3 in the supplemental material). However, while
mcr-1 (with or without an upstream ISApl/1) was usually inserted immediately down-
stream of the nikB gene, the ISApl1-mcr-1 element in pMcp0221 was integrated five
ORFs downstream of nikB (Fig. 1 and S3).

Sequence comparison based on average nucleotide identity (ANI) of pairwise se-
quence alignments performed with MUMmer (ANIm) (13) of complete sequences of
IncHI2, IncX4, and Incl2 plasmids carrying the mcr-1 available in NCBI (see Fig. S4A in
the supplemental material) confirmed the similarity with the respective plasmids found
in the present study. Clustering of the dissimilarity matrices performed with the
neighbor-joining algorithm (BIONJ algorithm) (14) showed that the three IncHI2 plas-
mids clustered together, appearing also to be closely related to plasmid pS38
(KX129782) from an E. coli strain isolated in Switzerland from poultry meat imported
from Italy (Fig. S4A). The analysis further confirmed the high sequence similarity among
all members of the IncX4 plasmids (ANIm, >97.89%), suggesting a dissemination of this
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FIG 2 Linear comparison of IncK2 plasmids. The open reading frames (ORFs) are illustrated in arrows pointing toward their respective orientations. The color
code is as follows: the transfer-associated genes are in green, pilus genes are in light blue, mcr-1 is in red, the putative pap2 ORF is in brown, other antibiotic
resistance genes are in pink, insertion sequence (IS) elements are in orange, replicase genes are in dark blue, partitioning genes and toxin/anti-toxin and other
stabilization systems are in yellow, shufflon-associated genes are in violet, and other genes are in lavender. Important genes and loci are indicated above or below
the plasmid sequence. The blue lines above the figure indicate different loci and the shufflon region. The indications on the left-hand side are the respective
isolate/plasmid profiles. CH, Switzerland.

plasmid type worldwide (Fig. S4B), whereas pMcp0221 did not closely cluster together
with other Incl2 plasmid sequences (ANIm, =98.3%) (Fig. S4Q).

Remarkably, in two strains from imported chicken meat (Mbl488 and Mbl536),
mcr-1 was found on novel 100-kb IncK2 plasmids, which also harbored blag,,., and
sul2 (Table 1 and Fig. 2). Sequence comparison of both pMbl488 (KY565558) and
pMbI536 (KY689635) with the recently described IncK2 blacy,y.,-carrying plasmid
pDV45 (KR905384) showed high sequence similarity (Fig. 2) (15). As in pDV45, the
ISApl1-mcr-1 element was found integrated in the tra region, but in a different location
compared to the ISEcp1-blacyy.>-blc-sugET element, namely, between pndC and excA
(Fig. 1 and 2).

To assess transferability of the two IncK2 plasmids, conjugation experiments were
performed by filter mating, using a rifampin-resistant derivative of the sodium azide-
resistant E. coli strain J53. Transconjugants were selected on Luria-Bertani (LB) agar plus
sodium azide (150 pg/ml) and colistin (2 wg/ml), and confirmed by counterselection on
LB agar plus rifampin (50 pg/ml) and colistin (2 wg/ml) and mcr-1 real-time PCR (16).
Conjugation efficiencies at 37°C were 2.6 X 10~* for pMbl488 and 6.3 X 107°
transconjugants/donor for pMbl536, respectively, with the lower frequency observed
for pMbl536 possibly due to an adenine insertion in trak (confirmed by Sanger
sequencing) leading to a premature stop codon.

To the best of our knowledge, this is the first report of IncK2 plasmids carrying mcr-1.
These plasmids were structurally highly similar to IncK2 blacyy.»,.-harboring plasmids
that we recently described in E. coli (frequently of ST38) isolated in Switzerland from
local chicken and chicken meat (15). Such E. coli strains carrying blacy,_,-IncK2 plas-
mids, including strains belonging to ST38, were also associated with broiler production
in other European countries (17, 18). Furthermore, a recent Norwegian report strongly
supports the hypothesis that clonal transfer of these ST38 E. coli strains from chicken
meat to humans may occur (19). Thus, the additional acquisition of mcr-1 in hyperepi-
demic extended-spectrum p-lactamase (ESBL)-producing ST38 E. coli (e.g. strain
Mbl488 found in the present analysis) is concerning.

Notably, in the ST38 strain Mbl323 isolated from retail chicken meat, which also
carried a 100-kb IncK2 plasmid harboring a blacyy., gene, mcr-1 was found on a
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2.85-Mbp contig (i.e,, integrated in the genome; see Table 1). Thus, besides confirming
the continuous ongoing spread of such plasmid-mediated AmpC-producing ST38 E. coli
hyperepidemic clones in broiler production in Switzerland and other European coun-
tries, our report further suggests that these strains can also acquire additional mcr-1-
mediated colistin resistance.

Interestingly, mcr-1 was also found on a 2.9-Mbp contig (i.e., in the chromosome of
strain Mbl506) and sequence comparison of the mcr-1 surrounding genetic regions of
Mbl323 (KY689636) and Mbl506 (KY689637) revealed that the ISAp/T-mcr-1 element was
integrated in the same location (Fig. S5A). Additionally, a second ISAp/1-mcr-1 copy in
Mbl506 (KY689638) was found on a 2 Mbp contig in a completely different genomic
region (Fig. S5B).

In conclusion, mcr-1 was detected in a variety of plasmid types, including the newly
identified IncK2-type plasmids, as well as integrated into the bacterial genome. Some of the
plasmids were highly similar to others previously found in diverse E. coli lineages from
different sources, suggesting horizontal spread. Nevertheless, direct colonization with
mcr-1-carrying hyperepidemic E. coli clones from other reservoirs (e.g., food animals) cannot
be excluded, as already suggested for ST38 E. coli carrying bldcy,y_-INcK2 plasmids (17-19).
Therefore, adequate measures should be taken, particularly in broiler production, to limit
the acquisition of the mcr-1 gene and further spread of such clones.

Accession number(s). The complete nucleotide sequence of the seven plasmids
and 40-kb sequences of the three chromosomal regions surrounding mcr-1 have been
deposited into the GenBank database under accession numbers KY689633 (p100R),
KY689632 (p19M12), KY565556 (pMcp0271), KY689634 (p31349), KY565557 (pMcp0221),
KY565558 (pMbl488), KY689635 (pMbl536), KY689636 (Mbl323; chromosomal mcr-1
insertion region), KY689637 (Mbl506; chromosomal mcr-1 insertion region 1), and
KY689638 (Mbl506; chromosomal mcr-1 insertion region 2).

SUPPLEMENTAL MATERIAL

Supplemental material for this article may be found at https://doi.org/10.1128/AAC
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