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isolated from wastewaters
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Class D carbapenemase-producing Enterobacteriaceae have spread globally in recent decades. The
increasing detection of novel variants, often differing by amino acid substitutions or deletions in the 35-
36 loop of OXA-48 or OXA-372 lineages, indicated ongoing dissemination. In this work we describe the
molecular epidemiology of a novel OXA-372-like carbapenemase gene, blapxa-10s4, that was identified
in Citrobacter, Enterobacter and Raoultella isolates collected from hospital discharges, river water and
raw wastewater in Seville, Spain. Cloning of the blapxa-1054 gene in Escherichia coli confirmed its
contribution to carbapenem resistance within the Enterobacterales background. The genetic context
of blapxa-10s4 Was highly variable, but a conserved backbone, characterized by the 1IS27 family
transposition genes, istA and istB, was consistently present upstream. Frequent co-localization with
an ampC gene and heavy metal resistance operons (arsenic and mercury) suggests potential for co-
selection under multiple selective pressures. Our study shows that blapxa-10s4 is embedded within a
mobile genetic module with strong potential for horizontal transfer, which underscores the importance

of monitoring emerging OXA variants in both clinical and environmental settings.

The increasing emergence of Carbapenem-Resistant Enterobacteriaceae
(CRE), leading to severe infections in clinical settings, represents a major
challenge given the limited availability of effective treatments'.
Carbapenem-Hydrolysing class D B-lactamases (CHDLs) are widespread
and frequently detected in Gram-negative bacteria worldwide’. The
description of OXA-48 Class D p-lactamases (DBL) in Turkey in 2001° was
the first time that a CHDL was found in Enterobacterales, and then multiple
OXA-48-like variants have been reported. These variants, differing by only a
few amino acid substitutions or deletions, have become the predominant
carbapenemases among Enterobacterales in Europe in both clinical and
community settings™. Three OXA-48-like clusters have been proposed,
each with a different mechanism of capture and mobilization from the
chromosomes of aquatic Shewanella spp’. Differences in the kinetic prop-
erties of OXA-48-like 3-lactamases have been observed, being only some of

them true carbapenemases'’. In contrast, other CHDL lineages are phylo-
genetically distinct from the OXA-48-like group and have been mobilized
independently. OXA-372 represents a separate class D 3-lactamase protein
lineage, which was detected subsequently and shares 43% similarity with
OXA-48", as well as other OXA-372-like (OXA-641 and OXA-1014),
according to BLDB". Despite this distinct protein nature, characterization
of OXA-372 demonstrated a resistance profile consistent with class D car-
bapenemases, conferring high-level resistance to penicillins, reduced sus-
ceptibility to imipenem was also observed, whereas MICs for extended-
spectrum cephalosporins and aztreonam remained low".

Wastewater environments are increasingly recognized as important
reservoirs and hotspots for the emergence and dissemination of carbape-
nemase resistance, including OXA-48-producing bacteria''*'*. Wastewater
treatment plants (WWTPs) receive discharges from hospitals,
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communities, and agricultural sources, creating conditions that favor the
selection and horizontal transfer of resistant genes“. In addition, several
studies have also demonstrated the presence of carbapenemase-producing
bacteria in hospital wastewater'>'®. Both hospital and WWTP effluents
harbor significantly higher levels of diversity and abundance of
carbapenemase-producing bacteria compared to other environments. In
this study, we analyze and describe the molecular epidemiology of OXA-
1054, a novel OXA-372 variant that was isolated from different Enter-
obacteriaceae species recovered from river water, urban wastewater, and
hospital discharge samples in Seville, Spain. The genetic location of this
variant and structural characterization enabled us to analyze its transmis-
sion pathways.

Results

The proportions of CHDL producers accounted for 52.3%, 30%, and 17.5%, of
carbapenemase-producing isolates from urban wastewater, river water and
hospital discharge samples, respectively. Analysis of all blaoxa 372 5ike genes
revealed a new protein sequence, assigned as OXA-1054 by GenBank. This
novel OXA f-lactamase showed a high level of identity (93.8%, 96%, and 91%)
with OXA-372, 0XA-641 and OXA-1014. A comparison of protein sequences
showed that OXA-1054 was distantly related to the OXA-48 carbapenemase,
with a maximum identity of 43.1%. OXA-1054 and OXA-372 differed by
sixteen amino-acid substitutions: M7K, L11F, C16Y,134L, S36T, T37A,D41Q,
R64S, A67T, S89A, A92T, R94K, D96N, H100Y, I102F and V117F. The
comparison of OXA-1054, OXA-372, OXA-641, OXA-1014, and OXA-48
showed that four conserved motifs were maintained: STFK (amino acids 70-
73; nucleotides 207-219), QXXXL (amino acids 169-173; nucleotides 505-
519), KTG (amino acids 208-210; nucleotides 622-630), and PXXG (amino
acids 217-220; nucleotides 649-660)) (Fig. S2). Amino acid and nucleotides
positions are numbered according to the OXA-48 reference sequence.

The 27 OXA-1054 producers were predominantly found in raw was-
tewater samples from three WWTPs (n =23; 85.2%), while the hospital
discharge and river water samples yielded two isolates each. Of the 23 raw
wastewater isolates, 19 (82.6%) came from WWTP-A, while three (13.0%)
and one (4.3%) were obtained from WWTP-D and WWTP-C, respectively.
Multiple Enterobacterales species were identified: 11 Citrobacter freundii; 5
Enterobacter soli; 4 Citrobacter portucalensis; 2 Raoultella ornithinolytica; 2
Citrobacter braakii; 1 Citrobacter farmeri; 1 Enterobacter kobei; and 1
Raoultella planticola. A wide variety of clones were found among the dif-
ferent Enterobacterales. The most prevalent bacterial species, C. freundii,
was found to have eight distinct sequence types (STs): ST112, ST150, ST167,
ST273, ST511, ST701, ST770 and ST898. The two C. braakii strains
belonged to different ST (ST516 and ST769), and 3 different STs were found
among the four C. portucalensisisolates (ST51, ST175,and ST961) (Fig. 1A).
All E. soli isolates belonged to ST1811 and were recovered from the same
WWTP in two different quarters of the same year (Fig. 1B). The two R.
ornithinolytica strains, which were identified in different years (2018 and
2022) and sources (river water and WWTP-D influent), differed by 94
different SNPs (Fig. 1C). The original isolates, ST', year of isolation, location
of blagxa 1054 gene, source and MIC values are summarized in Table S4.

A wide variety of other bla genes were found in addition to the
blaoxa 1054 gene. The blargy, gene was found in 10 isolates, as well as
blaxpc., (n = 6), blapxa.o (n = 5), blagg;.1 (n=4), blacmy.> (1 =4), blagox.3
(n=3), blacmy.7s (n=2), blapxa.1 (n=1), blapxa» (n=2), blaoxa-10
(n=1), blagyy 2, (n=1), and blaggs ; (n =1) genes (Fig. S3). The isolates
also carried genes for resistance to other antibiotic families such as ami-
noglycosides (74.1%), plasmid quinolone resistance (PMQR) (48.1%), and
sulfonamides (sul) (29.6%) (Fig. S3). Heavy-metal resistance operon genes
were also identified. Six (33.3%) isolates (337, 17-12, 17-13, 25-15, 25-16,
and 33-23) carried the complete arsenic operon. Two (11.1%) isolates (371
and 29-14) harbored the complete mercury operon.

The number of rep genes among the 27 strains ranged from three to 11,
with an average of 5.9 genes per isolate. Of the 18 isolates that underwent
long-read sequencing, the blaoxa.10s4 gene was predominantly found on
plasmids (94.4%), with only one strain carrying it chromosomally. The

blaoxa-1054 gene was found on plasmids belonging to different incompat-
ibility groups (IncF, IncL/M, IncN, IncR, IncU, and IncX), as well as on
multireplicon plasmids in 5 out of the 18 long-read sequenced strains (28%)
(Fig. 2). One strain (25-16 C. braakii) was found to have a double copy of the
blaoxa 1054 gene. One IncF/OXA-1054 plasmid also carried blagyyy .. Apart
from the blagxa_10s4-carrying plasmids, other incompatibility group plas-
mids were detected in the isolates that had undergone long-read sequencing:
three of these carried carbapenemase and ESBL genes (39-22 carrying
IncQ2/GES-7; 29-14 carrying IncP-6/KPC-2; and 17-15 carrying IncP-6/
KPC-2) (Fig. 2). It was predicted that 38.9% (n=7/18) of the plasmids
carrying the blagxa 1054 gene would be predominantly non-mobilizable,
33.3% would be mobilizable (n = 6/18), and 27.8% (n = 5/18) conjugative.
Two of the predicted mobilizable plasmids co-occurred with conjugative
plasmids not carrying the blagxa.10s4 gene. A total of seven plasmids
(38.9%) could spread by conjugation. Despite these genetic contents, con-
jugation assays using E. coli J53Azi® did not yield transconjugants for the 17
long-read sequenced strains under the experimental conditions tested.

Sixteen out of the 18 (88.9%) isolates that underwent long-read
sequencing contained phage-like proteins on the blagxa 19s4-carrying
plasmids, but none of them appeared to represent complete prophages
(simultaneous capsid, head and tail) (Fig. S4). Interestingly, six of the 17
blaoxa-10s4-carrying plasmids (37.5%) harbored tail and integrase, or tail
and capsid of bacteriophage RCS47. Analysis of plasmids carrying the
blaoxa-10s4 gene revealed the presence of multiple and varied toxin-
antitoxin (TA) systems. A total of 98 TA genes were identified on blagxa-
1054-carrying plasmids. On average, 6.1 TA modules (ranging from one to
18) were detected per plasmid. The most frequently identified toxin-
antitoxin modules, representing 38.8% of all TA modules found, belonged to
the parDE-like family, the Arc-like DNA binding domain, the helix-turn-
helix (HTH), and the ParB-like nuclease domain. No TA genes were
detected on only one plasmid (39-22/IncX5) (Fig. S5).

Genetic environment analysis of blagxa-1054 gene

The close genetic environments of blaoxa 154 Whether chromosomal or
plasmid, were highly similar, despite the diversity of plasmid location. The
comparative analysis revealed that the genetic environment of blaoxa_1054»
although dynamic, displays some conserved structural features. A platform
containing IS91-IS91-1S91-1S21-1S21-blacx 1054 Was observed in 16/18
(88.9%) of the long-read sequenced genomes. The istB gene, located
upstream of blagxa_ 1054 Was present in all long-read sequences, as was the
istA genein 17/18 (94%) of them. Both genes belong to IS21 (Fig. 3).In 11/18
(61.1%) genomes, a Class C p-lactamase gene (accession number
PX474618) was found in the region downstream of the blagxa 1054 gene
(355 bp). This ampC sequence was identical to a Class C p-lactamase gene
previously detected in a Sphingobium sp. strain (accession number
CP119128.1) recovered from an activated sludge sample in China in 2021.
Five out of the 18 long-read sequences (27.8%) contained a distinct acces-
sory module comprising genes encoding a DNA-methyltransferase, a
DEAD/DEAH-box helicase, and an Smc ATPase. Beyond these conserved
elements, the surrounding regions exhibited substantial variability, with
multiple Tn3-like transposases and other insertion sequences frequently
being inserted into, inverting, or disrupting neighboring genes. Heavy-metal
resistance operons for arsenic operon genes (33-23 C. freundiiand 17-13 C.
farmeri blapxa.1054-carrying plasmids), and mercury operon genes (371 C.
braakii blagxa_10s4-carrying plasmid) were found in more distant regions,
all embedded in transposon-like structures (Fig. 3).

Cloning experiments

Antimicrobial susceptibility testing revealed that the original isolates and
their E. coli TOP10 transformants displayed distinct resistance profiles
(Table S5). OXA-1054 conferred increased minimum inhibitory con-
centrations (MIC) values than OXA-48 for ceftazidime, imipenem and
ceftolozane/tazobactam, while isolates producing these enzymes exhibited
very high MICs for piperacillin/tazobactam. The presence of the native
promoter increased resistance in both OXA-48 and OXA-1054 constructs.
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Fig. 1 | Phylogenetic trees showing single-nucleotide polymorphism (SNP) differences in Citrobacter (A), Enterobacter (B) and Raoultella (C) isolates. SNIPPY-core

was used to calculate distances.
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Fig. 2 | Plasmid rep genes identified among 18 long-read sequencing OXA-1054-producing isolates. Different rep genes were identified on the same plasmid.

Expression of blagxa_19s4 under its native promoter led to a 1.3 - to 63-fold
increase in MICs for all the tested B-lactams (except piperacillin/tazo-
bactam) compared with the promoterless construct. Furthermore, the
OXA-1054 construct with its native promoter exhibited MICs that were 2-
to 15-fold higher than those of the OXA-48 construct carrying its native
promoter (Table S5).

Discussion

This study describes the presence of OXA-1054, a novel OXA-372 variant,
in multiple Enterobacteriaceae species recovered from different locations
within Seville’s wastewater system and from the river downstream. To our
knowledge, this is the first epidemiological analysis of OXA-1054-
producing Enterobacteriaceae, which highlights the potential role of
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environmental niches in generating, evolving and/or spreading clinically
relevant resistance mechanisms.

To date only two variants of OXA-372 have been previously detected:
OXA-641 (GenBank: MH211331.1, unpublished, source not reported),
shown in a Morganella morganii isolate in Germany, and OXA-1016
(GenBank: MZ449319.1, unpublished), detected in a human-associated
Ectopseudomonas oleovorans in France. These variants share 96% and 91%
of amino acid identity with OXA-372 and OXA-1054, respectively. How-
ever, no data on their resistance phenotype or further functional char-
acterization are currently available. The resistance phenotype of OXA-1054
revealed in this study was evaluated using heterologous expression in E. coli
TOP10. The pMiniT2.0 vector confers ampicillin resistance, baseline
B-lactamase activity in the host may slightly contribute to observed MIC
values. Nonetheless, the relative differences in MICs between OXA-1054
and OXA-48 constructs, including the impact of the native promoter, reflect
the intrinsic properties of the expressed enzymes.

The acquisition of blagxa_ s 1ik. genes has consistently been linked
to plasmid carriage, which is consistent with reports for blapxa_163 and
blaoxa-1s1"- Similarly, blagxa.37, has previously been identified on a
multireplicon plasmid (IncA/C and IncN) in a C. freundii isolate found in
wastewater, embedded within a defective transposon, designated Tn6255
involving 1526 elements and recombination-derived transposon
remnants''. The blaoxa.10s4 gene was chromosomally located in one
isolate in this study, it was primarily carried by a variety of plasmids
belonging to different incompatibility groups, including two different
copies on two different incompatibility group plasmids (IncFIB(K) and
IncR) on asingle isolate. The diversity of plasmids observed among OXA-
1054-producing isolates, the conserved genetic close environment, as
well as the conjugation results suggest that the bla gene dissemination is
not probably driven by the spread of plasmids, but rather by a conserved
mobile genetic module in aquatic ecosystems. Furthermore, the presence
of multiple TA systems on plasmids carrying blaoxa 1054 gene also
suggests that this mobile genetic module is highly to persist over time
under stressful conditions, even in the absence of antibiotic pressure“‘.
Finally, the fact that these plasmids are mainly non-autonomous mobi-
lizable, lacking mate-pair formation (MPF) marker, oriT, and relaxase
(MOB), as well as complete functional prophages, reinforces the idea that
dissemination is unlikely to occur through classical conjugative transfer.
This is consistent with our conjugation assays, in which none of the 17
isolates yielded a transconjugant, and with previous findings showing
that the original blagxa 37,-harboring plasmid was not transferable
under experimental conditions''. Altogether, these findings suggest that
the spread of this resistance determinant is more likely driven by the
successful propagation of a conserved genetic platform rather than by
efficient plasmid-mediated conjugation. A third part of the analyzed
blaoxa-10sa-carrying plasmids harbored elements of bacteriophage
RCS47, a P1-like prophage that has been associated with the blagyv »
gene acquisition. Nevertheless, this prophage has been assessed as a
defective phage that is no longer able to lysogenize E. coli hosts'.

The recurrent co-location of istA and istB genes alongside the blagxa-
1054 gene suggests that these insertion sequences may have captured the
latter and enhanced its expression through strong promoters’. Comparative
genomic analysis revealed that the blaox 1054 is consistently associated with
the IS21 family transposition genes istA and istB, forming an IS21-associated
transposition module that is inserted into different plasmid scaffolds, and
occasionally into the chromosome. This module was identified with variable
flanking regions indicative of independent insertion events. In the IS21
family of mobile elements, transposition requires the cooperative activity of
IstA (the main transposase) and IstB (an AAA+ ATPase that modulates
transposase activity and facilitates the assembly of the transposition com-
plex). This coordinated process, which is controlled by ATP-dependent
assembly and protein-protein interactions, prevents uncontrolled transpo-
sition while maintaining module stability”**'. The presence of accessory
modules, such as DNA methyltransferases, DEAD/DEAH-box helicases
and Smc ATPases, suggests that these regions may be involved in

maintaining and stabilizing resistance determinants. DEAD-box helicases
are widely recognized for their roles in RNA metabolism and stress
adaptation”, while Smc ATPases are essential for chromosome segregation
and plasmid stability”’. Together, these features probably enable horizontal
gene transfer and the stability and persistence of blagxa_ 1054 in different
bacterial hosts and genetic contexts. This would increase its potential for
dissemination.

The detection of blagxa_1054-carrying Enterobacteriaceae in different
environmental sources suggests a potential transmission pathway from
hospital wastewater discharges to the natural environment. In contrast to
OXA-48-like, which is widely established in clinical settings, current evi-
dence suggests that members of the OXA-372 lineage are primarily asso-
ciated with environmental reservoirs, but sporadic human sources have
been seen. OXA-372 itself has been detected in wastewater and urban
drainage systems'"*. OXA-1016 variant has been reported in a human-
associated E. oleovorans isolate; however, no additional clinical, epidemio-
logical, or functional data are currently available. Therefore, the ecological
distribution and potential clinical relevance of this lineage remain largely
unexplored. Although this blapxa 1054 gene has not previously been
detected either in clinical isolates at the University Hospital Virgen
Macarena, or in other Andalusian (data until 2024) or Spanish hospitals
(data until 2022)*, the hospital discharge was identified as the first positive
sampling point within the city’s wastewater system. The highest number of
isolates in the wastewater system was found in the WWTP influents. Dif-
ferent drivers could be at play in WWTP influents, as well as in recombi-
nation events and competition’*”. Although wastewater treatment reduced
the load of OXA-1054-producing bacteria to undetectable levels using
culture methods'’, OXA-1054 producers continued to be detected in river
water downstream of one of the WWTPs in different sampling seasons.

The association of the blagxa. 1054 gene with co-resistance modules,
including antibiotic resistance genes and heavy metal resistance operons,
suggests that environmental pollutants may exert a selective effect in favor of
carbapenemase maintenance. These co-selection mechanisms are increas-
ingly recognized as important indirect drivers of the spread of antimicrobial
resistance beyond clinical settings*”. Other features serve to reinforce the
association with an environmental origin. Firstly, ancestral OXA-372 has so
far only been identified in a wastewater isolate, where it was first described"".
More recently, in 2025, blagxa.37, gene was detected in the drainage net-
work of Sabadell city (Spain), but only through metagenomic analysis, not in
cultured bacteria™. Secondly, the co-occurrence of blagxs.10s4 With an
ampC gene found only in environmental bacterial species such as Sphin-
gobium sp. suggests a common source”. Higher MIC values observed in
OXA-1054-producing isolates compared with OXA-48-producing isolates
suggest that human waste could be a source of novel p-lactamase variants as
well as an incubator for the evolution of enzymes with enhanced antibiotic
resistance.

This study has some limitations that should be considered when
interpreting the findings. Firstly, not all blapxa_1054-containing genomes
have been fully characterized using long-read sequencing, and the specific
genetic location of the blagxa 1954 gene remains unknown. Nevertheless,
genomes of each species and sequence type were selected to ensure that all
groups were represented in the analysis. Secondly, the geographical scope of
the analyzed isolates was limited, and broader sampling is required to
accurately determine the global distribution and prevalence of OXA-1054.
To date, no environmental studies have detected this enzyme outside
Andalusia. Furthermore, it is not known whether OXA-1054 producers are
present in other hospital wastewater discharges inside the city or whether
they persist further down the river beyond the urban area of Seville. To better
understand the potential implications of this enzyme for human infections,
future prevalence studies should also evaluate its activity against the new
B-lactamase inhibitors.

We have identified for the first time different Enterobacteriaceae
species carrying OXA-1054. This novel OXA-372 variant exhibits higher
MIC values for cephalosporins, carbapenems and the novel combination of
ceftolozane/tazobactam, compared with OXA-48. The presence of this gene
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in human-derived discharges alongside heavy metal resistance genes indi-
cates ongoing environmental selection and dissemination, despite its
absence in isolates from human clinical and surveillance samples. Fur-
thermore, the conserved mobile genetic environment harboring the bla gene
has been detected in multiple different plasmids, many non-conjugative,
which suggests that plasmid or clonal spread is unlikely.

Methods

Sample collection, bacterial manipulation and sequencing

This study focused on the wastewater system in the urban area of the city of
Seville and used three different sampling sources (Fig. S1). Firstly, water
samples were collected 200 meters downstream of WWTP-D effluent in the
Guadalquivir river (which flows through the city of Seville from north to
south) as part of the multicentre MODERN project focused on ESBL
screening”’. The samples were filtered and processed according to previously
described protocols™. Secondly, samples of discharge water from the Uni-
versity Hospital Virgen Macarena were taken monthly as part of a mon-
itoring programme in southern Spain, and handled as previously
described™. Thirdly, composite water samples were collected once a quarter
during the year from the raw and treated effluent of the WWTPs in Seville
(Spain). All samples were transported to the laboratory at 4 °C and pro-
cessed immediately upon arrival. Serial dilutions were prepared and plated
onto chromogenic media (ChromID® CARBA, OXA-48 agar, bioMérieux,
Marcy-L’Etoile, France). In all cases, 50 uL of each sample was inoculated
onto the plates using an Eddy Jet spiral plater (IUL Instruments, Barcelona,
Spain)'. The plates were then incubated for 18 + 2 h at 37 °C under aerobic
conditions. Quantitative culture methodology and species identification
were performed, as previously described'".

All colored colonies identified on the previously mentioned chromo-
genic media were screen for carbapenemase resistance, using disk diffusion
method to test for susceptibility to ertapenem, imipenem and meropenem
(10 pg), according to the 2025 guideline of the European Committee on
Antimicrobial Susceptibility Testing (EUCAST). If the inhibition zone of
carbapenems was smaller than the screening cut-off values®, carbapene-
mase activity was assesed using 3-CARBA® test (Bio-Rad, Marnes-la-
Coquette, France), which detects carbapenem hydrolysis through a pH-
based colorimetric change (color change from the initial yellow to reddish
was interpreted as positive). When carbapenemase activity was detected, the
NG-Test CARBA 5 immunochromatographic assay (NG Biotech, Guipry,
France) and the KPC, MBL and OXA-48 Confirm Kit (Rosco Diagnostica
A/S, Taastrup, Denmark) were performed for carbapenemase group
detection. Nevertheless, all -CARBA positive strains were sequenced, even
when a NG-Test CARBA 5 result was found negative, because not all car-
bapenemases are detected by the immunochromatographic assay.

To further characterize the OXA-48-like genes, all potential OXA-48-
like producers were sequenced. Libraries were prepared using the Nextera
DNA Sample Preparation kit (Ilumina San Diego, CA, USA) and
sequenced on an Illumina MiSeq platform with 300 bp paired-end reads. De
novo assembly was performed using CLC Workbench 9.5.2 software
(Qiagen). Resfinder v.4.1. (https://cge.food.dtu.dk/services/ResFinder/) and
the CARD database (https://card. mcmaster.ca/analyze/rgi) were used to
identify acquired resistance determinants. For this study, the genomes of 27
environmental strains belonging to Citrobacter, Enterobacter, and Raoul-
tella spp., in which blagx _37, was detected with ahomology threshold of 90-
95%, were selected. An environmental OXA-48-producing Klebsiella
pneumoniae strain obtained from raw wastewater was also included as
control for further cloning analyses.

Plasmid analysis

For each Multilocus Sequence Typing (MLST) profile, one representative
isolate was selected for long-read sequencing. The DNA was extracted with
the DNeasy Blood and Tissue Kit, and quantified using a Qubit 2.0 Fluo-
rometer. Libraries were prepared at a minimum concentration of 20 ng/uL
using the Rapid Barcoding Kit 96 v14 (SQK-RBK114.96; Oxford Nanopore
Technologies,  Oxford, UK), following the manufacturer’s

recommendations. The libraries were loaded onto a FLO-MIN106 R10.4.1
MinION flow cell (Oxford Nanopore Technologies, Oxford, UK) and
sequenced for 24 hours. The Illumina fastq files were trimmed and quality-
checked using Trimmomatic v.0.39; MinION fastq files were filtered with
Porechop v.0.2.4 and quality-checked with Filtlong v.0.2.1. De novo
assemblies were created using Autocycler v.0.1.2. Draft assemblies were
polished with two rounds of Medaka v.2.0.1 using the Nanopore reads, and a
final round of Polypolish v.0.6.0 using the Illumina reads. Following pol-
ishing, the assemblies were ready for further analysis. Clinker software
v.0.0.31 was used to model the genetic environment of the blagxa 1054
gene”. Quality control (QC) of the hybrid assemblies was analyzed with
QUAST v.5.2.0*. BWA-MEM v.0.7.17-r1188” was used to align the reads of
the assembled genome, and SAMtools v.1.11°° to assess coverage across the
genome (Table S1). Each circularized plasmid was annotated using Bakta
v.1.9.4”7 with the default settings, and mobility was predicted using MOB-
Typer v.3.1.9 in the MOB-Suite”. Toxin-antitoxin systems were char-
acterized using the TASER analysis pipeline provided by the TASmania
TAS database (https://shiny.bioinformatics.unibe.ch/apps/taser/)”. The
mobile genetic elements surrounding the blagxa 1054 gene were identified
and annotated using ISFinder (www-is.biotoul.fr)". Phage-related proteins
were sought in blapxa.10s4-carrying plasmids using the web server PHA-
STER (https://phaster.ca/)*".

Phylogenetic analysis

SNIPPY-core v.4.6.0 from SNIPPY was used for the comparative analysis of
Citrobacter, Raoultella and Enterobacter isolates. The reference genomes
used to construct the phylogenetic trees were selected from the NCBI
database (Table S2). iTOL software (version 7) was used to visualize the
phylogenetic trees and showrelationships among the isolates.

Cloning and expression experiments of blagxa_-10s4 gene

The genes encoding OXA-1054 and OXA-48 were amplified by PCR
amplification using pre-designed primers (Table S3). The PCR products
were then purified using Qiaquick gel extraction kit (Qiagen) and cloned
into the pMiniT2.0 vector (New England BioLabs). Escherichia coli TOP10
(Invitrogen) was used as recipient strain in electroporation experiments to
express the blaoxa 1054 and blaoxa s genes. The clones were grown over-
night at 37 °C and selected on Mueller-Hinton Agar (MHA) plates sup-
plemented with 100 ug/mL ampicillin. The cloned DNA fragments in the
PpMiniT2.0 vector were confirmed by sequencing.

Conjugation experiments

All identified blagxa 10s4-carrying plasmids that underwent long-read
sequencing were used for conjugation experiments as donor strains, and E.
coli J53Azi® was used as recipient strain. Donor and recipient strains were
mixed at a ratio of 1:1 on 0.45 pm nitrocellulose filters and placed on agar
plates supplemented with sodium azide (100 pg/mL) and agar plates with
sodium azide (Azi) (100 pg/mL) and ceftazidime (CAZ) (1 pg/mL) and
incubated at 37 °C for 6 h. After incubation, bacteria were recovered from
the filters, serially diluted up to 10 and plated onto Azi-CAZ supplemented
agar plates to select for potential transconjugants. Parallel Azi supplemented
agar plates were used for receivers. Colonies were counted manually and
transconjugants were picked and grown onto Azi-CAZ supplemented agar
plates at 37 °C for 18 + 2 h. Transconjugants were checked with PCR assays
for blaoxa. 1054 gene using the previous primers mentioned (Table. S3).

Antimicrobial susceptibility testing

The minimum inhibitory concentrations (MICs) of cefotaxime, ceftazi-
dime, cefepime, ceftolozane/tazobactam, ertapenem, meropenem, and
imipenem for the original environmental isolates were determined in tri-
plicate, using the reference broth microdilution method, according to
EUCAST  clinical  breakpoints  (https://www.eucast.org/clinical
breakpoints). For ceftolozane/tazobactam susceptibility testing, the con-
centration of tazobactam was fixed at 4 mg/L. The MICs for the transfor-
mants were determined using the gradient strip E-test method (Liofilchem,
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Spain). The results were interpreted according to the 2025 EUCAST clinical
breakpoints.

Data availability

The blaoxa_10s4 nucleotide sequence data reported in this work has been
deposited in the GenBank nucleotide sequence database under the accession
number: OM322820. Raw Illumina reads of isolates are available on the
NCBI website under the BioProject numbers PRJNA1026089 and
PRJNA1329985. Raw Nanopore reads of the isolates are available on the
NCBI website under BioProject number: PRINA1329997.

Received: 3 December 2025; Accepted: 14 April 2026;
Published online: 04 May 2026

References

1.

10.

11.

12.

13.

14.

15.

16.

17.

Ma, J. et al. Global spread of carbapenem-resistant
Enterobacteriaceae: epidemiological features, resistance
mechanisms, detection and therapy. Microbiol. Res. 266, 127249
(2023).

Perez, F. et al. Treatment options for infections caused by
carbapenem-resistant Enterobacteriaceae: can we apply “precision
medicine” to antimicrobial chemotherapy? expert opin.
Pharmacother. 17, 761-781 (2016).

Leonard, D. A. et al. The role of OXA-1 B-lactamase Asp66 in the
stabilization of the active-site carbamate group and in substrate
turnover. Biochem. J. 410, 455-462 (2008).

Poirel, L. et al. Diversity, Epidemiology, and Genetics of Class D
B-Lactamases. Antimicrob. Agents Chemother. 54, 24-38 (2010).
Bogaerts, P. et al. OXA-427, a new plasmid-borne carbapenem-
hydrolysing class D B-lactamase in Enterobacteriaceae. J.
Antimicrob. Chemother. 72, 2469-2477 (2017).

Poirel, L. et al. Emergence of Oxacillinase-Mediated Resistance to
Imipenem in Klebsiella pneumoniae. Antimicrob. Agents Chemother.
48, 15-22 (2004).

Nordmann, P. & Poirel, L. The difficult-to-control spread of
carbapenemase producers among Enterobacteriaceae worldwide.
Clin. Microbiol. Infect. 20, 821-830 (2014).

Pitout, J. D. D. et al. The Global Ascendency of OXA-48-Type
Carbapenemases. Clin. Microbiol. Rev. 33, e00102-e00119 (2019).
Peirano, G. & Pitout, J. D. D. Rapidly spreading Enterobacterales with
OXA-48-like carbapenemases. J. Clin. Microbiol. 63, e01515-e01524
(2025).

Oueslati, S. et al. Heterogeneous hydrolytic features for OXA-48-like
B-lactamases. J. Antimicrob. Chemother. 70, 1059-1063 (2015).
Antonelli, A. et al. OXA-372, a novel carbapenem-hydrolysing class D
B-lactamase from a Citrobacter freundii isolated from a hospital
wastewater plant. J. Antimicrob. Chemother. 70, 2749-2756 (2015).
Naas, T. et al. Beta-lactamase database (BLDB) - structure and
function. J. Enzyme Inhib. Med. Chem. 32, 917-919 (2017).

Yin, X. et al. Global environmental resistome: Distinction and
connectivity across diverse habitats benchmarked by metagenomic
analyses. Water Res. 235, 119875 (2023).

Monge-Olivares, L. et al. Quantitative study of ESBL and
carbapenemase producers in wastewater treatment plants in Seville,
Spain: a culture-based detection analysis of raw and treated water.
Water Res. 281, 123706 (2025).

Cahill, N. et al. Hospital effluent: a reservoir for carbapenemase-
producing Enterobacterales?. Sci. Total Environ. 672, 618-624 (2019).
Hassoun-Kheir, N. et al. Comparison of antibiotic-resistant bacteria
and antibiotic resistance genes abundance in hospital and community
wastewater: a systematic review. Sci. Total Environ. 743, 140804
(2020).

Poirel, L. et al. OXA-48-like carbapenemases: the phantom menace. J.
Antimicrob. Chemother. 67, 1597-1606 (2012).

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

Yang, Q. E. & Walsh, T. R. Toxin-antitoxin systems and their role in
disseminating and maintaining antimicrobial resistance. FEMS
Microbiol. Rev. 41, 343-353 (2017).

Billard-Pomares, T. et al. Characterization of a P1-Like Bacteriophage
Carrying an SHV-2 Extended-Spectrum p-Lactamase from an
Escherichia coli Strain. Antimicrob. Agents Chemother. 58,
6550-6557 (2014).

Schmid, S. et al. Target joining of duplicated insertion sequence IS 21
is assisted by IstB protein in vitro. J. Bacteriol. 181, 2286-2289 (1999).
De La Gandara, A. et al. Molecular basis for transposase activation by
a dedicated AAA+ ATPase. Nature 630, 1003-1011 (2024).

Huen, J. et al. Structural insights into a unique dimeric DEAD-box
helicase CshA that promotes RNA decay. Structure 25, 469-481
(2017).

Hoencamp, C. & Rowland, B. D. Genome control by SMC complexes.
Nat. Rev. Mol. Cell Biol. 24, 633-650 (2023).

Diaz-Garcia, C. et al. Mapping antimicrobial resistance landscape
at a city scale sewage network. Sci. Total Environ. 974, 179127
(2025).

Vigilancia molecular de Klebsiella pneumoniae, Enterobacter cloacae
complex y Escherichia coli productores de carbapenemasas en
Espafa. Informe anual RedLabRA 2022. (Instituto de Salud Carlos IlI
(ISCIII). Centro Nacional de Microbiologia (CNM), 2024). https://doi.
org/10.4321/repisalud.18860.

Ludden, C. et al. Sharing of carbapenemase-encoding plasmids
between Enterobacteriaceae in UK sewage uncovered by MinlON
sequencing. Microb. Genomics 3, (2017).

Hubeny, J. et al. Impact of hospital wastewater on the occurrence and
diversity of beta-lactamase genes during wastewater treatment with
an emphasis on carbapenemase genes: a metagenomic approach.
Front. Environ. Sci. 9, 738158 (2021).

Baker-Austin, C. et al. Co-selection of antibiotic and metal resistance.
Trends Microbiol 14, 176-182 (2006).

Li, X. et al. Co-localization of antibiotic resistance genes is widespread
in the infant gut microbiome and associates with an immature gut
microbial composition. Microbiome 12, 87 (2024).

Martak, D. et al. Populations of extended-spectrum p-lactamase-
producing Escherichia coli and Klebsiella pneumoniae are different in
human-polluted environment and food items: a multicentre European
study. Clin. Microbiol. Infect. 28, 447.e7-447 .e14 (2022).
Romero-Oraa, L. et al. Genetic features of BEL-1-producing and KPC-
2-producing E. coli from hospital wastewater: human source or
sewages adaptation. Environ 31, 43896-43902 (2024).

Giske, C. et al. EUCAST guidelines for detection of resistance
mechanisms and specific resistances of clinical and/or
epidemiological importance. 2° ed. (2017).

Gilchrist, C. L. M. & Chooi, Y.-H. clinker & clustermap.js: automatic
generation of gene cluster comparison figures. Bioinformatics 37,
2473-2475 (2021).

Gurevich, A. et al. QUAST: quality assessment tool for genome
assemblies. Bioinformatics 29, 1072-1075 (2013).

Li, H. Aligning sequence reads, clone sequences and assembly
contigs with BWA-MEM. https://github.com/Ih3/BWA (2013).

Li, H. et al. The Sequence Alignment/Map format and SAMtools.
Bioinformatics 25, 2078-2079 (2009).

Schwengers, O. et al. Bakta: rapid and standardized annotation of
bacterial genomes via alignment-free sequence identification: Find
out more about Bakta, the motivation, challenges and applications,
here. Microb. Genomics 7, (2021).

Robertson, J. & Nash, J. H. E. MOB-suite: software tools for
clustering, reconstruction and typing of plasmids from draft
assemblies. Microb. Genomics 4, (2018).

Akarsu, H. et al. TASmania: a bacterial Toxin-Antitoxin Systems
database. PLOS Comput. Biol. 15, €1006946 (2019).

npj Antimicrobials & Resistance | (2026)4:36


https://doi.org/10.4321/repisalud.18860
https://doi.org/10.4321/repisalud.18860
https://doi.org/10.4321/repisalud.18860
https://github.com/lh3/BWA
https://github.com/lh3/BWA
www.nature.com/npjamar

https://doi.org/10.1038/s44259-026-00209-4

Article

40. Siguier, P. et al. ISfinder: the reference centre for bacterial insertion
sequences. Nucleic Acids Res 34, D32-D36 (2006).

41. Arndt, D. et al. PHASTER: a better, faster version of the PHAST phage
search tool. Nucleic Acids Res 44, W16-W21 (2016).

Acknowledgements

This work was supported by the Junta de Andalucia PY20-01346 2020- 1+-D
+i projects (PAIDI 2020 from the Consejeria de Universidad, Investigacion e
Innovacion. 80% was financed by FEDER funds “Andalucia se mueve con
Europa”) under the project title: “Vastum Project: Deteccién de Gram
negativos productores de carbapenemasas en aguas residuales: estudio
poblacional de Sevilla y medicién del impacto en vertidos”; by the State
Research Agency (PLEC2021-007972) under the project title: PAPYRUS
Project: “Amplificacion de la polimerasa en combinacién con un array
electroquimico de flujo lateral en papel para la cuantificacion de las resis-
tencias a antibiéticos”, and by the Fundacién Francisco Soria Melguizo with
the project title: “Nuevas estrategias para limitar la seleccion y transmision
de poblaciones microbianas productoras de carbapenemasas desde una
perspectiva One-Health (MicroCarbaFlux, CC23140547)".

Author contributions

M.R.P. and L.L.C. developed the methodology. L.M.O., L.G.P., J.A.S. and
L.L.C. curated the raw data. L.M.O. and M.R.P. managed software
applications and formal analysis. L.M.O., M.R.P., and A.B.R. performed tables
and figures visualization. L.M.O. and L.L.C. wrote the draft. M.R.P., A.P., and
L.L.C. supervised experimental data and analysis. A.P. and L.L.C. obtained
funding. L.L.C. administered the projects. All authors reviewed the manuscript.

Competing interests
The authors declare no competing interests.

Additional information

Supplementary information The online version contains
supplementary material available at
https://doi.org/10.1038/s44259-026-00209-4.

Correspondence and requests for materials should be addressed to
Lorena Lopez-Cerero.

Reprints and permissions information is available at
http://www.nature.com/reprints

Publisher’s note Springer Nature remains neutral with regard to
jurisdictional claims in published maps and institutional affiliations.

Open Access This article is licensed under a Creative Commons
Attribution-NonCommercial-NoDerivatives 4.0 Intemational License, which
permits any non-commercial use, sharing, distribution and reproduction in
any medium or format, as long as you give appropriate credit to the original
author(s) and the source, provide a link to the Creative Commons licence,
and indicate if you modified the licensed material. You do not have
permission under this licence to share adapted material derived from this
article or parts of it. The images or other third party material in this article are
included in the article’s Creative Commons licence, unless indicated
otherwise in a credit line to the material. If material is not included in the
article’s Creative Commons licence and your intended use is not permitted
by statutory regulation or exceeds the permitted use, you will need to obtain
permission directly from the copyright holder. To view a copy of this licence,
visit http://creativecommons.org/licenses/by-nc-nd/4.0/.

© The Author(s) 2026

npj Antimicrobials & Resistance| (2026)4:36


https://doi.org/10.1038/s44259-026-00209-4
http://www.nature.com/reprints
http://creativecommons.org/licenses/by-nc-nd/4.0/
www.nature.com/npjamar

	Molecular epidemiology of OXA-1054, a novel carbapenem-hydrolysing Class D β-lactamase, in Enterobacteriaceae isolated from wastewaters
	Results
	Genetic environment analysis of blaOXA-1054 gene
	Cloning experiments

	Discussion
	Methods
	Sample collection, bacterial manipulation and sequencing
	Plasmid analysis
	Phylogenetic analysis
	Cloning and expression experiments of blaOXA-1054 gene
	Conjugation experiments
	Antimicrobial susceptibility testing

	Data availability
	References
	Acknowledgements
	Author contributions
	Competing interests
	Additional information




