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• Waterbirds wintering in Spain have dis-
tinct bacterial communities in their fae-
ces.

• Storks and gulls carry more antibiotic
resistance genes (ARGs) than cranes
and geese.

• Gulls carry particularly high loads of
bacterial pathogens.

• Gulls carry genes conferring resistance
to last-resort antibiotics.

• Waterbirds egest ARGs into urban habi-
tats and those used for food and water
supply.
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Migratory birds may have a vital role in the spread of antimicrobial resistance across habitats and regions, but
empirical data remain scarce.We investigated differences in the gutmicrobiome composition and the abundance
of antibiotic resistance genes (ARGs) in faeces from four migratory waterbirds wintering in South-West Spain
that differ in their habitat use. The white stork Ciconia ciconia and lesser black-backed gull Larus fuscus are om-
nivorous and opportunistic birds that use highly anthropogenic habitats such as landfills and urban areas. The
greylag goose Anser anser and common craneGrus grus are herbivores and usemore natural habitats. Fresh faeces
from 15 individuals of each species were analysed to assess the composition of bacterial communities using 16S
rRNA amplicon-targeted sequencing, and to quantify the abundance of the Class I integron integrase gene (intI1)
as well as genes encoding resistance to sulfonamides (sul1), beta-lactams (blaTEM, blaKPC and blaNDM), tetracy-
clines (tetW), fluoroquinolones (qnrS), and colistin (mcr-1) using qPCR. Bacterial communities in gull faeces
were the richest and most diverse. Beta diversity analysis showed segregation in faecal communities between
bird species, but those from storks and gulls were the most similar, these being the species that regularly feed
in landfills. Potential bacterial pathogens identified in faeces differed significantly between bird species, with
higher relative abundance in gulls. Faeces from birds that feed in landfills (stork and gull) contained a signifi-
cantly higher abundance of ARGs (sul1, blaTEM, and tetW). Genes conferring resistance to last resort antibiotics
such as carbapenems (blaKPC) and colistin (mcr-1) were only observed in faeces from gulls. These results show
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that these bird species are reservoirs of antimicrobial resistant bacteria and suggest that waterbirds may dissem-
inate antibiotic resistance across environments (e.g., from landfills to ricefields or water supplies), and thus con-
stitute a risk for their further spread to wildlife and humans.

© 2021 Elsevier B.V. All rights reserved.
1. Introduction

Humans are dependent on healthy ecosystems. The “One Health”
approach, under which the World Health Organization (WHO) has
based the global strategy to tackle the problem of antimicrobial resis-
tance (AMR), is based on the close link between humans, animals and
environmental health (Amarasiri et al., 2020; Dafale et al., 2020). De-
spite the extensive knowledge on themechanisms and processes ruling
the spread and consequences of AMR in clinical settings, less informa-
tion is available on the key agents and ecological constraints that regu-
late the accumulation of antibiotic resistant bacteria (ARB) and
antibiotic resistance genes (ARG) in the environment, and how they dis-
seminate across different habitats (Allen et al., 2010; Taylor et al., 2011;
Wu et al., 2017). Wildlife can act as reservoirs of ARB and ARGs
(Guenther et al., 2011; Wu et al., 2018; Dolejska and Literak, 2019).
Since wildlife may also act as vectors of active dissemination of ARB
and ARGs across habitats, studies encompassing the ecology of vector
species are vital to shed light on how ARB and ARGs can spread
(Vittecoq et al., 2016).

Birds are considered key agents in this dissemination since ARBmay
easily colonize their gut through ingested food or polluted water
sources (Franklin et al., 2020), converting them into environmental res-
ervoirs and vectors for ARB and ARG (Bonnedahl, 2011; Bonnedahl and
Järhult, 2014; Ahlstrom et al., 2018). The problem is accentuated formi-
gratory birds, which can fly non-stop over hundreds or even thousands
of kilometers, enabling dissemination across continents (Guenther
et al., 2011; Vergara et al., 2017; Ahlstrom et al., 2021). Furthermore,
global change has led many waterbirds to become increasingly depen-
dent on artificial habitats such as wastewater treatment plants and
landfills (Murray andHamilton, 2010;Martín-Vélez et al., 2020), or nat-
ural wetlands that are highly polluted by human populations, these
being habitats containing high abundances of ARB (Hessman et al.,
2018; Wu et al., 2018; Marcelino et al., 2018).

In Europe, several populations of gulls (Laridae) have been found to
be reservoirs of resistance to beta-lactams (Dolejska et al., 2007), with
the highest prevalence in gulls from Spain (Stedt et al., 2015). In Iberian
Peninsula, the studies of the role of birds as vectors of ARB are scarce, ex-
cept for specific studies on scavengers (Blanco et al., 2007; Molina-
Lopez et al., 2011), white storks (Höfle et al., 2020; Migura-Garcia
et al., 2020) and some gull species (Stedt et al., 2015; Vergara et al.,
2017). Of particular concern is the discovery of the early emergence of
colistin resistance gene mcr-1 in gulls from Spain and Portugal
(Ahlstrom et al., 2019). Since colistin is a last resort antibiotic broadly
used to treat infections associated with multidrug resistant strains of
the family Enterobacteriaceae (Li et al., 2020), the identification of
genemcr-1 in gulls is especially worrisome.

One key question for research is how AMR depends on ecological
traits of the host (Vittecoq et al., 2016). For instance, to what extent
do habitat use, diet, and bird movements explain patterns in ARB and
ARG abundance? It is therefore important to compare the gut microbi-
ota and theARG content inwaterbird species present in the same region
but differing in their foraging and movement ecology, to investigate
how these factors influence their potential to disseminate ARB and
ARG across habitats and regions. In the current study, we focused on
four waterbird species wintering in South-West Spain, namely: the
lesser black-backed gull (Larus fuscus), thewhite stork (Ciconia ciconia),
the common crane (Grus grus), and the greylag goose (Anser anser).
These birds are long distance migrants wintering in Andalusia but
with different habitat preferences (Rendón et al., 2008; del Moral
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et al., 2012). In particular, gulls and storks are largely reliant on landfills
for foraging (likely to be a major source for ARGs and ARB), although
they also feed in ricefields and other agricultural fields (Martín-Vélez
et al., 2020, 2021a). Our working hypothesis was that faeces from
gulls and storks would have a higher abundance of ARGs and a higher
proportion of potential pathogens than birds roosting and feeding in
less polluted environments (i.e. cranes and geese).

2. Material and methods

2.1. Study species

We studied four waterbirds wintering in Andalusia, which holds the
majority of waterbirds wintering in Spain (del Moral et al., 2012), espe-
cially because of the importance of the Doñana wetland system for mi-
gratory birds (Rendón et al., 2008; Green et al., 2018). The four species
studied were:

1) Thewhite stork,whosewintering population in Andalusia includes a
mixture of resident breeders and birds migrating from central
Europe (Bécares et al., 2019). Both the resident andwintering popu-
lations have experienced an important increase in recent decades,
largely due to the use of landfills and ricefields as predictable food
sources (Ciach and Kruszyk, 2010; Rojas, 2012; Ramo et al., 2013).

2) The common crane breeding in northern and central Europe. Inwin-
ter, it feeds extensively in holmoakdehesas (savannah-typehabitat)
of Central and South Iberian Peninsula (Sánchez Guzmán et al.,
1998) since acorns are a principal winter food (Avilés, 2004), but
also feeds on waste grain in cereal fields.

3) The lesser black-backed gull, breeding in northern Europe. In
Andalusia, it feedsmainly in ricefields and landfills, roosting in reser-
voirs, rivers, fish ponds and other waterbodies, but also uses marine
habitats (Martín-Vélez et al., 2019, 2020).

4) The greylag geese is a herbivore that breeds in northern and central
Europe, with an increasingly small proportion of birds migrating to
winter in the Iberian Peninsula (Ramo et al., 2015). It feeds largely
in the natural marshes of Doñana, but also in ricefields (Rendón
et al., 2008).

In the winter of 2019–2020, surveys across Andalusian wetlands
counted a total of 90,216 lesser black-backed gull individuals, 4995
white storks, 6871 common cranes and 40,210 greylag goose (data pro-
vided by regional government, Consejería de Agricultura, Ganadería,
Pesca y Desarrollo Sostenible de la Junta de Andalucía).

2.2. Collection of bird faeces

Freshly-voided faeces (n = 60) were collected from roosting habi-
tats used by monospecific flocks located with binoculars. The birds
flew away as we approached, and fresh faeces were readily distin-
guished from older, dry faeces. Sampling was conducted from 24th
until 31th January 2019. Since gull flocks of L. fuscus are usually mixed
with yellow-legged gulls Larus michahellis, they were considered as a
mono-specific flock when ≥90% of the individuals were L. fuscus. Gull
samples were collected from a landfill (Miramundo, Cadiz, 36° 28′ 50″
N, 6° 0′ 54″ W), white stork samples from the Doñana rice fields (37°
4′ 31″ N 6° 0′ 19″ W, see Martín-Vélez et al., 2021b), crane samples
from post-harvest wheat fields just outside the Doñana National Park
(37°, 04′ 26.3″ N 6° 221′ 23.3″ W) and geese samples from the Cerro
de los Ansares dunes in Doñana National Park (36° 55′ 54″ N 6° 25′



D. Jarma, M.I. Sánchez, A.J. Green et al. Science of the Total Environment 783 (2021) 146872
28″W, seeMartínez-Haro et al., 2013) (Fig. 1). Faecal samples were col-
lected with sterile spatulas and potential contamination with
neighbouring soil was avoided by sampling at the core of the faecal ma-
terial. We collected 15 droppings for each species. Samples were col-
lected at least two-meters apart to ensure they belonged to different
individuals. All the samples were kept in a cool bag on ice until arrival
at the laboratory, within 4 h. Afterwards, they were frozen at −20 °C
until processing.

2.3. DNA extraction

Faecal samples were thawed at room temperature and DNAwas ex-
tracted using the FastDNA Spin for Soil kit (MP Biomedical) according to
the manufacturer's instructions with a previous mechanical lysing of
cells using the MP Biomedicals FastPrep24 (three rounds of 30 s at
speed of 5.5). Quality of the final DNA was measured with a NanoDrop
2000 spectrophotometer (ThermoFisher Scientific; Wilmington, DE,
USA) by measuring A260/A230 and A260/A280 absorbance ratios. The
concentration of DNA in final extracts was measured using a Qubit 2.0
fluorometer (Life Technologies; Carlsbad, CA, USA).

2.4. High-throughput sequencing and analyses of sequence datasets

High-throughput multiplexed 16S rRNA gene sequencing with the
Illumina MiSeq System (2 × 250 PE) was carried out using primer pair
515f/806r (Caporaso et al., 2011), targeting the V4 region of the
16S rRNA gene complemented with Illumina adapters and sample
specific barcodes. Sequencing was performed at the Sequencing and
Genotyping Unit of the Genomic Facility/SGIker of the University of
Fig. 1. Sampling sites for the study species in Andalusia, Southern Spain. B
Bird illustrations were adapted from photos by Andreas Trepte (2013). Lic
David Iliff (2006). License: CC BY-SA 3.0.
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the Basque Country. Demultiplexing, quality filtering, clustering into
amplicon-sequence variants (ASV) and construction of the ASV table
were performed in QIIME2 (Bolyen et al., 2019).

The analysis yielded 9,707,808 total reads of high quality (80% of
reads averaged ≥ Q35 scores) distributed across 60 samples with a min-
imum and maximum number of reads per sample of 31,140 and
283,130, respectively. Deblur algorithm (Amir et al., 2017) was used
to build the ASV table (7451 ASV in total). Representative ASV se-
quences were aligned against Greengenes v12_08 (DeSantis et al.,
2006). The feature-classifier script implemented in QIIME2 was
employed for taxonomic assignment using the SILVA reference database
v. 138 (Quast et al., 2012). Before downstreamanalysis of alpha and beta
diversity, the ASV table was filtered to remove spurious ASVs appearing
in less than 9 samples (≈15% of total) and with less than 100 counts
across all samples. 500 ASVs were retained after filtration (6.7% of orig-
inal ASV), comprising up to 86.2% of the unfiltered reads (8,367,862).
This indicates that filtered ASVs were extremely rare across samples.

For community analysis (alpha and beta diversity), the filtered ASV
table was rarefied by randomly selecting a subset of 24,800 sequences
per sample to minimize bias due to different sequencing depth across
samples. Alpha and Beta diversity analyses were performed in the
MicrobiomeAnalyst (MA) platform (Chong et al., 2020,Nature Protocols,
15:729–821). Alpha diversity was assessed using richness (Chao1) and
diversity (Shannon) indices and compared through a Kruskal-Wallis
pairwise test. Beta diversitywas assessed by computingBray–Curtis dis-
tance between samples and nonmetric multidimensional scaling
(nMDS) ordination. A stress level < 0.20 was considered acceptable
for nMDS ordination. Permutational multivariate analysis of variance
(PERMANOVA) between communities based on their taxonomic
oundaries between provinces (e.g. Sevilla, Cádiz, Huelva) are shown.
ense CC BY-SA 2.5, Andrej Chudý (2019) & Bernard Dupont (2016). License: CC-BY-SA-2.0,
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composition explored differences between bird species. Lastly, we com-
pared relative abundance of potential human pathogens defined as pri-
orities for the WHO through analysis of composition of microbiomes
(ANCOM) (Mandal et al., 2015), implemented in QIIME 2. ANCOM com-
pares differences in the relative abundances at family and genus levels
between bird species.

2.5. Quantification of antibiotic resistance genes

Quantitative PCR (qPCR) was used to quantify copy numbers of
seven genes encoding resistance to the main antibiotic families used
in clinical and veterinary contexts, such as b-lactams (blaTEM, blaKPC,
blaNDM), fluoroquinolones (qnrS), sulfonamides (sul1), tetracyclines
(tetW), and colistin (mcr-1). Copy numbers of the class 1 integron-
integrase gene (intI1) were also quantified as a proxy for anthropogenic
pollution and horizontal gene transfer (Gillings et al., 2015; Stalder
et al., 2014). Copy numbers of each target ARG in a samplewere normal-
ized to the copy numbers of the 16S rRNA gene, which was used as a
proxy for the bacterial abundance in that sample. All genes were quan-
tified using primers and conditions provided in Supplementary
Table S1. All qPCR standard curves were obtained after serial dilutions
of DNA extracts containing a known concentration of the target gene
ranging from 108 to 102 gene copies per μL. All qPCR assays were per-
formed using SYBR green detection chemistry on a MX3005 system
(Agilent Technologies; Santa Clara, CA, USA). Samples were analysed
in duplicate with a standard curve and a negative control included in
each run. Differences in the abundance of target genes were analysed
using one-way ANOVA with species as a fixed factor. The Kruskal-
Wallis test was used for data not following parametric conditions. All
analyses were performed in R software (version 4.0.2).

3. Results

3.1. Composition of gut bacterial communities

The composition of bacterial communities inhabiting the gut varied
between bird species (Fig. 2). The gut microbiota of storks was
dominated by orders Fusobacteriales (38%), Lactobacillales (24%)
Campylobacteriales (23%), Enterobacterales (7%), and Clostridiales (6%),
while in gulls, orders Lactobacillales (69%), Enterobacterales (6%),
Peptostreptococcales (6%), Pseudomonadales (7%) and Staphyloccocales
(4%) dominated. In geese, the most abundant orders were
Lactobacillales (50%), Clostridiales (14%), Fusobacteriales (11%),
Campylobacteriales (10%) and Peptostreptococcales (5%). In contrast,
the gut microbiota of cranes showed a higher proportion of
Lactobacillales (59%), Enterobacterales (14%), Mycoplasmatales (12%),
Pseudomonadales (2.75%), and Staphyloccocales (3%). Interestingly, gen-
era encompassing potential bacterial pathogens were identified in fae-
ces from all bird species but showing differential abundances (Table 1
and Suppl. Table S3). Particularly, Acinetobacter spp. were only identi-
fied in faeces from gulls, whereas Campylobacter jejunii andHelicobacter
spp. were detected only in cranes and storks, respectively. Gut bacterial
communities from gulls, storks and cranes hosted potential pathogens
such as the genera Enterococcus and Pseudomonas, and the family
Enterobacteriaceae, which were absent in faeces collected from geese.
Staphylococcus spp. were only identified in gulls and cranes whereas
Streptococcus spp. were found in gulls, storks and geese (Table 1). Com-
parison of alpha diversity estimators between bird species revealed that
faecal bacterial communities from gulls were richer and more diverse
than those from the other bird species (Kruskal-Wallis, p < 0.001,
Fig. 3A and Suppl. Table S2). Crane samples were the second richest
community, while geese and storks showed the lowest values.

The nMDS ordination of samples according to their similarity in
community composition (Bray–Curtis distance) showed a clear and sig-
nificant segregation according to bird species (PERMANOVA, p< 0.001;
Fig. 3B and Suppl. Table S2). However, bacterial communities in faeces
4

collected from species feeding in landfills (gulls and storks) were
more similar than those from birds feeding in less anthropized habitats
(geese and cranes) (Fig. 3B and Suppl. Table S2).

3.2. Abundance of gene intI1 and ARGs

All bird faeces analysed showed amarked content of the genes stud-
ied, although their abundances significantly differed between species
(Fig. 4, Table 2 and Suppl. Table S4). High concentrations of gene intI1
were measured in gulls, storks and cranes, but it was below the limit
of detection in geese (Fig. 4, Table 2 and Suppl. Table S4).

Regarding ARGs, the highest diversity was detected in faeces from
gulls (Fig. 4, Table 2 and Suppl. Table S4). For genes conferring resis-
tance to carbapenems (blaNDM and blaKPC), we only detected blaKPC
and only in faeces from gulls. Resistance to beta-lactams (blaTEM) were
found in all species, but its abundance was significantly higher in gulls
and storks than in geese and cranes (p<0001). Forfluoroquinolones re-
sistance, higher concentrations of qnrS gene were found in gulls and
storks in comparison to cranes and geese. The concentration of gene
sul, conferring resistance to sulfonamides, was significantly higher in
faeces from gulls (p < 0.001) and storks (p < 0.01) whereas no signifi-
cant differenceswere observed between cranes and geese. Similarly, re-
sistance to tetracyclines (gene tetW)was significantly different between
species (p<0.05), with higher concentrations in gulls and storks than in
geese and cranes. Resistance to colistin (mcr-1) was only detected in
faeces from two gull individuals, suggesting that resistance to this
last-resort antibiotic was rare among the four bird species.

4. Discussion

We found that four waterbird species, including white stork, lesser
black-backed gull, common crane and greylag goose, differed in their
faecalmicrobiota, in the relative abundance of potential pathogenic bac-
teria, and in the diversity and abundance of targeted ARGs. Here, we re-
port that bird species that feed regularly in landfills (i.e.white stork and
lesser black-backed gull) (Bécares et al., 2019; Martín-Vélez et al., 2019,
2020) harbour higher abundance of ARGs in their faeces. These species
are also the only ones that use urban habitats. Storks breed in urban
areas, whereas gulls use ports, coastal towns, and beaches with a high
human density, as well as urban areas close to farmland (Martín-Vélez
et al., 2021b). On the other hand, the waterbird with the fewest ARGs
and almost no potential pathogenswas the goose, a strictly herbivorous
bird that feeds in habitatswith lower human impact (Ramo et al., 2015).
These results provide support to our initial hypothesis that those species
that use themost anthropogenic habitatswill present higher abundance
of potentially pathogenic bacteria, and of genes that confer resistance to
several antibiotics. This is likely to be owing to the transfer of ARGs and
bacteria from human waste.

4.1. Gulls and storks — bird species regularly feeding in landfills and
urbanized areas

The white stork and lesser black-backed gull have overlapping
habits in the study area, with both species relying on dumps for feeding
during the end ofwintering period (January–February), but also feeding
in ricefields in early winter (October–December) (Rendón et al., 2008;
Martín-Vélez et al., 2020, 2021a; Bécares et al., 2019). This may explain
why the clusters of these species in beta diversity analysis are closer to
each other compared with the bacterial communities of geese and
cranes, which form two clearly separated clusters. Nevertheless, faecal
bacterial communities of storks and gulls showed marked and distinc-
tive clusters. The dissimilarities in bacterial composition of their micro-
biota and profile of ARGs might be a product of differences between
species in habitat use for roosting during the winter, or in their migra-
tion routes from distinct breeding areas. The lesser black-backed gull
exploits a more heterogeneous variety of habitats, including marine



Fig. 2. Relative abundance of bacterial orders in the gut microbiota for each of the four bird species studied.
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Table 1
Relative abundance of bacterial genera and families encompassing potential human path-
ogens (according to WHO) identified in gut bacterial communities of waterbird species.
TheANCOM “W” statistic is thenumber of caseswhere the ratio of the frequency of a given
amplicon sequence variant (ASV) to the frequency of another ASVwas significantly differ-
ent between bird species.

Larus fuscus Ciconia ciconia Grus grus Anser anser w

Acinetobacter spp. 1.20% – – – 207
Campylobacter jejunii – – 0.27% – 215
Helicobacter spp. – 1.73% – – 217
Enterococcus spp. 2.08% 0.63% 0.06% – 179
Enterobacteriaceae 2.70% 0.04% 4.16% – 122
Pseudomonas spp. 3.70% 0.30% 2.60% – 217
Staphylococcus spp. 3.27% – 2.74% – 212
Streptococcus spp. 1.20% 0.23% – 3.70% 213

Fig. 3. A) Comparison of alpha diversity estimators (Shannon diversity index and Chao1 richne
each boxplot are the first and third quartiles, the mid-line shows the median, and the whiske
communities corresponding to the 60 individuals sampled and grouped by bird species.
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ones (Martín-Vélez et al., 2020). Hence, this species is exposed to differ-
ent bacterial environments, as shown by the higher alpha diversity
found in gull faecal samples compared to storks. After wintering, lesser
black-backed gulls migrate to breed in Northern Europe. The ARGs de-
tected in our study might be carried to higher latitudes and discharged
on urban built-up and green areas or agricultural lands, all common
habitats used in the north (Baert et al., 2018; Spelt et al., 2019).

4.2. Cranes and geese— species inhabiting more natural, less-polluted sites

Cranes and geese also showed distinct faecalmicrobiotas. During the
winter, the common crane feeds largely in dehesas, savannah-type
ecosystems maintained by the grazing of cattle (Sánchez Guzmán
et al., 1998), with acorns as its main food resource (Avilés, 2003,
2004). Similarly, the goose is a herbivore that exploits agricultural eco-
systems, particularly croplands and grasslands (Ramo et al., 2015;
ss) from gut bacterial communities of the four bird species. The lower and upper edges of
rs extend from the minimal and maximal values. B) NDMS ordination of faecal bacterial



Fig. 4.Boxplots showing the relative concentration (normalized by copies of 16S rRNA) of target genes. bdl, below limit of detection. The lower and upper edge of each boxplot are thefirst
and third quantiles, the mid line shows the median, and the whiskers extend between the minimal and maximal values.

Table 2
Summary of the relative abundance of gene intI1 and studied ARGs (median and 95% confidence intervals) and percentage of potential pathogens identified in sequence datasets for the
four waterbird species, namely: the lesser back blacked gull (Larus fuscus) and the white stork (Ciconia ciconia) that use anthropized and urban areas; and the common crane (Grus grus)
and the greylag goose (Anser anser) that inhabit natural and naturalized habitats. b.l.d.: below detection limit.

Gull Stork Crane Goose

intI1 4.1 × 10−4 (1.6 × 10−6–8.2 × 10−4) 7.6 × 10−5 (2.0 × 10−6–2.1 × 10−4) 6.2 × 10−6 (3.5 × 10−7–1.9 × 10−5) 9.1 × 10−7 (5.4 × 10−7–1.6 × 10−6)
sul1 7.0 × 10−2 (3.0 × 10−2–3.0 × 10−2) 1.9 × 10−3 (1.1 × 10−4–1.0 × 10−2) 1.6 × 10−5 (4.8 × 10−6–6.4 × 10−5) 9.9 × 10−5 (3.3 × 10−7–3.7 × 10−4)
blaTEM 4.9 × 10−5 (1.4 × 10−5–1.4 × 10−4) 6.2 × 10−5 (2.8 × 10−6–2.0 × 10−4) 1.7 × 10−7 (1.6 × 10−8–4.4 × 10−7 1.1 × 10−6 (1.5 × 10−7–2.2 × 10–6)

blaKPC 3.8 × 10−7 (6.1 × 10−8–1.2 × 10−6) b.l.d. b.l.d. b.l.d.
tetW 2.0 × 10−2 (1.0 × 10−2–9.0 × 10−2) 2.0 × 10−2 (4.7 × 10−3–6.0 × 10−2) 1.3 × 10−6 (1.7 × 10−8–3.1 × 10−6) 4.5 × 10−5 (2.2 × 10−7–1.0 × 10−4)
qnrS 4.4 × 10−6 (4.5 × 10−8–2.3 × 10−5) 1.1 × 10−4 (1.8 × 10−7–1.8 × 10−4) 2.1 × 10−8 (1.5 × 10−8–4.4 × 10−8) 1.3 × 10−7 (5.9 × 10−8–1.8 × 10−7)
mcr1 9.4 × 10−8 (3.4 × 10−8–3.7 × 10−7) b.l.d. b.l.d. b.l.d.
% pathogens 14.15 2.93 9.83 3.70
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Olsson et al., 2017). However, the cranes and goose flocks we sampled
were feeding in cereal fields and natural seasonal marshes, respectively.
Flocks of both species move to wetlands (including reservoirs) for rest-
ing, and often these samewetlands are exposed to waste from livestock
and human populations in the catchment, or are used for extraction of
water for drinking or irrigation (Gorham and Lee, 2016). For example,
the goose population winters mainly in the marsh of the Doñana
National Park, the edges of which receive important discharges from
urban waste waters (Paredes et al., 2021).

Our results identify correlations with habitat use that may have al-
ternative explanations. Telemetry studies have provided very detailed
information about movements and habitat use of the Andalusian gull
and stork populations (Martín-Vélez et al., 2020, Bécares et al., 2019)
but more research into the movements of geese and cranes would
help to identify potential sources for their ARGs.

4.3. Comparison of potential human pathogens between bird species

The four studied species differed in faecal microbiota composition of
potential pathogens. The gull showed the highest loads of well-known
bacterial pathogens of concern such as Staphylococcus spp., Pseudomo-
nas spp. and Acinetobacter spp. We are unaware of previous data on
the presence of Acinetobacter spp. in faeces from lesser black-backed
gull. This includes the pathogenic Acinetobacter baumannii, a human op-
portunistic pathogen ranked first in the list of priority pathogens by the
WHO (World Health Organization, 2017) and the ECDC (European Cen-
tre for Disease Prevention and Control, 2017). Althoughwe have not de-
tected these bacterial strains with direct techniques such as culture
basedmethods, specific or quantitative PCRs, these potential pathogenic
genera identified in gull faeces are especially relevant due to their co-
occurrence with ARGs, especially for mechanisms such as resistance to
carbapenems (blaKPC) or colistin (mcr-1).

Human potential pathogens were recorded from white storks, al-
though the abundance of most of these microorganisms was higher in
gulls and cranes. An exception was Helicobacter spp., only identified in
stork faeces, this genus being common in the intestinal tract and oral
cavity of humans and other mammals (Brock et al., 2003), with some
species (e.g. Helicobacter pylori) being responsible for gastrointestinal
infections. Finally, we identified Campylobacter jejunii, another species
of concern due to its presence in cranes. Our results are consistent
with earlier studies in cranes from North America (Lu et al., 2013) and
India (Prince Milton et al., 2017). Moreover, this species hosts a signifi-
cant abundance of Enterobacteriaceae (4.16%). Some bacteria species
from this family are pathogens of global concern such as Salmonella
spp., or opportunistic bacteria such as some strains of Klebsiella spp.
and Escherichia coli. The presence of these bacteria in cranes, along
with the ARGs to tetracyclines, beta-lactams, sulfonamides and quino-
lones, indicates a potentially serious risk from this waterbird. These re-
sults regarding potential pathogens should be treated with caution
since they are exclusively based on sequence similarity in small DNA
fragments (250 base pairs). Although our results ought to be considered
as an indicator for potential presence of humanpathogenic bacteria, fur-
ther confirmatory tests (e.g., specific virulence markers or bacterial cul-
tures) are required.

4.4. Relation between ARG content and bird ecology

Previous studies have identified the role of migratory and water-
bird species as reservoirs for ARGs, especially in North America and
Asia (Cao et al., 2020; Lin et al., 2020; Ahlstrom et al., 2021). The nov-
elty of our study includes the evaluation of ARGs in the lesser black-
backed gull for the first time, and the addition of valuable informa-
tion about the antibiotic resistance in white storks (Szczepańska
et al., 2015; Gómez et al., 2016; Höfle et al., 2020; Martín-Vélez
et al., 2020), cranes and geese in Europe (Garmyn et al., 2011;
Hamarova et al., 2017).
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The lack of detection of gene intI1, encoding for the integrase of Class
I integrons, in goose faeces agrees with its ecology since this species live
and feeds in habitats with low anthropic pollution. Class I integrons are
well known as gene capture platforms carrying distinct gene cassettes
conferring resistance to different antibiotics and disinfectants
(Gillings, 2018). Therefore, the lack of detection of intI1 also agrees
with the low prevalence of ARGs in the source environment. In geese,
wemainly observed ARGs providing resistance to sulfonamides and tet-
racyclines. Studies performed in wastewater effluent in the Doñana
wetlands have detected sulfonamide-type antibiotics in concentrations
of 0.15 μg L−1 (Camacho-Muñoz et al., 2010a, 2010b) and also found
them to be accumulated in alien crayfish Procambarus clarkii tissues
(Kazakova et al., 2018). Quinolone resistance was also detected in cray-
fish, which is an important prey for the stork and the gull (Martín-Vélez
et al., 2021a). Strains resistant to tetracycline have been found in
Doñana lynxes (Gonçalves et al., 2013). These studies together with
our results show that the resistance to these three antibiotics is moving
among different elements of the Doñana ecosystems and food webs.

The crane is mainly herbivorous, with a diet based on leaves, grains
and bulbs from croplands (Avilés et al., 2006), and particularly acorns in
southern Spain (Avilés, 2003, 2004). Cranes spend a large part of the
winter in Dehesas shared with pigs and cattle, where theymay be read-
ily exposed to livestock faeces. Our results showed the presence of
genes relatedwith tetracyclines and beta-lactams in crane faeces. Previ-
ous studies isolated Enterobacteriaceae from cranes with low resistance
to tetracyclines (tetA and tetB) and beta-lactams (blaTEM and blaKPC)
(Kitadai et al., 2012; Hamarova et al., 2017). Tetracyclines are one of
the most widely used antibiotics for the treatment of infections in pigs
in Spain (De Briyne et al., 2014), so a transfer of these resistant genes be-
tween farm animals and cranes seems likely.

The main difference between the gull and white storks in ARG con-
tent was related with the exclusive presence of resistance to carbapen-
ems (blaKPC) and colistin (mcr-1) in gulls. Our findings of resistance to
beta-lactams in white storks coincides with previous isolation of E. coli
strains with extended-spectrum beta-lactamases (Höfle et al., 2020).
That same study also found that some stork colonies in central Spain
present resistance to colistin, a feature not detected in our study from
South-West Spain. The detected resistance to last-resort antibiotics
such as carbapenemases and colistin (i.e. blaKPC andmcr-1, respectively)
in gulls is worrisome. A possible source of AMR acquisition might be
their feeding sites, both rice fields and landfills. Indeed, the gulls are
more dependent on landfills after the rice harvest finishes in December
(Martín-Vélez et al., 2020). In January, these birds feed in landfills,
where the antibiotic resistance detected in this species might mainly
be acquired. The presence of these ARGs in migratory species is evi-
dence for possible long-distance dispersal along migration routes.
mcr-1 has recently been detected in wildlife in the Iberian Peninsula
(Ahlstrom et al., 2019; Höfle et al., 2020; Migura-Garcia et al., 2020) as
well as in cranes and geese in China (Cao et al., 2020). Our detection
only in the gull suggests that mcr-1 may not yet be as widespread in
the wildlife of the Iberian Peninsula as in Asian countries.

Finally, the abundance of these species in the study region should
also be taken into account when assessing the dissemination risk of
ARGs and potential bacterial pathogens. In Andalusia for the 2019 win-
tering season, eighteen timesmore gulls were counted than storks, thir-
teen times more than cranes and twice more than geese. Overall, the
risk of release of ARGs and pathogens into the environment is much
higher for the lesser black-headed gull than for the other studied
species.

4.5. Future work

This work on Andalusian wildlife advances our understanding of
how antibiotic resistance may disseminate between different environ-
mental compartments. Future studies are required to determine the ef-
fects of the discharge of ARGs into the bacterial communities inhabiting
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bird habitats, as well as to define sources and sinks of ARGs and dissem-
ination rates of ARB and ARGs by birds. Furthermore, pathogenic and
non-pathogenic strains should be studied with cultivation-based
methods to identify the resistance mechanisms associated with each
bacterial species, and their phylogenetic relatedness to clinically rele-
vant resistance genes. In addition, the overall resistome and mobilome
should be characterized to establish the linkage between both, since
ARGs carried in mobile genetic elements pose higher risk (Martínez
et al., 2015). Finally, it is vital to identify the optimal conditions that fa-
vour the capture and maintenance of ARGs in environmental bacteria
(Karkman et al., 2018; Serwecińska, 2020), and to determine the factors
that contribute most to boosting horizontal gene transfer events in nat-
ural habitats (e.g., concentration of antibiotic residues, disinfectants,
heavy metals).

5. Conclusions

Overall, our study suggests that the different feeding habits, hab-
itat use and life strategies of bird species affect their bacterial com-
munity composition and structure, and also their exposition and
acquisition of antibiotic resistance. There is great potential for water-
birds to spread ARGs into habitats where exposure to humans is a
risk (e.g., from landfills into rice production, or into towns). Different
bird species show different ARGs, the lesser black-backed gull being
the species with themost diverse pool of resistance genes. Therefore,
this gull could be an excellent model to understand how antibiotic
resistance determinants can be maintained in animal reservoirs,
and how they can easily be disseminated over long distances due
to the migratory behaviour.

CRediT authorship contribution statement

Dayana Jarma: Conceptualization, Methodology, Formal analysis,
Visualization,Writing – original draft.Marta I. Sánchez: Conceptualiza-
tion, Methodology, Funding acquisition, Resources, Writing – review &
editing, Supervision. Andy J. Green: Conceptualization, Resources,
Writing – review & editing, Funding acquisition. Juan Manuel Peralta-
Sánchez: Formal analysis, Data curation, Writing – review & editing.
Francisco Hortas: Methodology, Writing – review & editing. Alexandre
Sánchez-Melsió:Methodology, Validation. CarlesM. Borrego: Conceptu-
alization, Formal analysis, Supervision, Resources, Funding acquisition,
Writing – review & editing.

Declaration of competing interest

The authors declare that they have no known competing financial
interests or personal relationships that could have appeared to influ-
ence the work reported in this paper.

Acknowledgements

This work has been partially supported by the Spanish National
Government through project DARABi (ref. PID2019-108962GB-C21
and -C22) and CODISPERSAL (ref CGL2016-76067-P). D. Jarmawas sup-
ported by a PhD scholarship from Plan Propio 2018, University of Cádiz
(Spain). Part of this work was supported by the infrastructure of INMAR
(University of Cádiz), ICTS-RBD and ICRA. Authorswould like to thankB.
Castro-Torres for the graphic design of figures. ICRA was funded by the
Economy and Knowledge Department of the Catalan Government
through Consolidated Research Group (ICRA-ENV 2017 SGR 1124).
ICRA authors also acknowledge the support for scientific equipment
given by the European Regional Development Fund (FEDER) under
the Catalan FEDER Operative Program 2007–2013, and by MINECO ac-
cording to DA 3ª of the Catalan Statute of Autonomy and to PGE-2010.
ICRA researchers also thank the funding from the CERCA program of
the Catalan Government.
9

Appendix A. Supplementary data

Supplementary data to this article can be found online at https://doi.
org/10.1016/j.scitotenv.2021.146872.

References

Ahlstrom, C.A., Bonnedahl, J., Woksepp, H., Hernandez, J., Olsen, B., Ramey, A.M., 2018.
Acquisition and dissemination of cephalosporin-resistant E. coli in migratory birds
sampled at an Alaska landfill as inferred through genomic analysis. Sci. Rep. 8 (1),
1–11. https://doi.org/10.1038/s41598-018-25474-w.

Ahlstrom, C.A., Ramey, A.M., Woksepp, H., Bonnedahl, J., 2019. Early emergence of mcr-1-
positive Enterobacteriaceae in gulls from Spain and Portugal. Environ. Microbiol. Rep.
00, 1–3. https://doi.org/10.1111/1758-2229.12779.

Ahlstrom, C.A., Van Toor, M.L., Woksepp, H., Chandler, J.C., Reed, J.A., Reeves, A.B.,
Waldenström, J., Franklin, A.B., Douglas, D.C., Bonnedahl, J., Ramey, A.M., 2021. Evidence
for continental-scale dispersal of antimicrobial resistant bacteria by land fill-foraging
gulls. Sci. Total Environ. 764, 144551. https://doi.org/10.1016/j.scitotenv.2020.144551.

Allen, H.K., Donato, J., Wang, H.H., Cloud-Hansen, K.A., Davies, J., Handelsman, J., 2010. Call
of thewild: antibiotic resistance genes in natural environments. Nat. Rev. Microbiol. 8
(4), 251–259. https://doi.org/10.1038/nrmicro2312.

Amarasiri, M., Sano, D., Suzuki, S., 2020. Understanding human health risks caused by an-
tibiotic resistant bacteria (ARB) and antibiotic resistance genes (ARG) in water envi-
ronments: current knowledge and questions to be answered. Crit. Rev. Environ. Sci.
Technol. 50 (19), 2016–2059. https://doi.org/10.1080/10643389.2019.1692611.

Amir, A., McDonald, D., Navas-Molina, J.A., Kopylova, E., Morton, J.T., Xu, Z.Z., Kightley, E.P.,
Thompson, L.R., Hyde, E.R., Gonzalez, A., Knight, R., 2017. Deblur rapidly resolves
single-nucleotide community sequence patterns. Msystems 2 (2), e00191-00116.

Avilés, J.M., 2003. Time budget and habitat use of the Common Crane wintering in
dehesas of southwestern Spain. Can. J. Zool. 81 (7), 1233–1238. https://doi.org/
10.1139/z03-105.

Avilés, J.M., 2004. Common cranes Grus grus and habitat management in holm oak
dehesas of Spain. Biodivers. Conserv. 13 (11), 2015–2025. https://doi.org/10.1023/
B:BIOC.0000039999.57645.23.

Avilés, J.M., Sánchez, J.M., Parejo, D., 2006. Food selection of wintering common cranes
(Grus grus) in holm oak (Quercus ilex) dehesas in south-west Spain in a rainy season.
J. Zool. 256 (1), 71–79. https://doi.org/10.1017/s0952836902000092.

Baert, J.M., Stienen, E.W.M., Heylen, B.C., Kavelaars, M.M., Buijs, R.J., Shamoun-Baranes, J.,
Lens, L., Müller, W., 2018. High-resolution GPS tracking reveals sex differences in mi-
gratory behaviour and stopover habitat use in the Lesser Black-backed Gull Larus
fuscus. Sci. Rep. 8 (1), 1–11. https://doi.org/10.1038/s41598-018-23605-x.

Bécares, J.; Blas, J.; López-López, P.; Schulz, H.; Torres-Medina, F.; Flack, A.; Enggist, P.;
Höfle, U.; Bermejo, A. y De la Puente, J. (2019). Migración y ecología espacial de la
cigüeña blanca en España. Monografía n.° 5 del programa Migra. SEO/BirdLife.
Madrid. doi:10.31170/0071.

Blanco, G., Lemus, J.A., Grande, J., Gangoso, L., Grande, J.M., Donázar, J.A., Arroyo, B., Frías,
O., Hiraldo, F., 2007. Geographical variation in cloacal microflora and bacterial antibi-
otic resistance in a threatened avian scavenger in relation to diet and livestock farm-
ing practices. Environ. Microbiol. 9 (7), 1738–1749. https://doi.org/10.1111/j.1462-
2920.2007.01291.x.

Bolyen, E., Rideout, J.R., Dillon, M.R., Bokulich, N.A., Abnet, C.C., Al-Ghalith, G.A., Alexander,
H., Alm, E.J., Arumugam, M., Asnicar, F., Bai, Y., Bisanz, J.E., Bittinger, K., Brejnrod, A.,
Brislawn, C.J., Brown, C.T., Callahan, B.J., Caraballo-Rodríguez, A.M., Chase, J., ...
Caporaso, J.G., 2019. Reproducible, interactive, scalable and extensible microbiome
data science using QIIME 2. Nat. Biotechnol. 37 (8), 852–857. https://doi.org/
10.1038/s41587-019-0209-9.

Bonnedahl, J., 2011. Antibiotic resistance in Enterobacteriaceae isolated from wild birds.
Faculty of Medicine. Dr. Phil. 641, 61.

Bonnedahl, J., Järhult, J.D., 2014. Antibiotic resistance in wild birds. Upsala J. Med. Sci. 119,
113–116. https://doi.org/10.3109/03009734.2014.905663.

Brock, T.D., Madigan, M.T., Martinko, J.M., Parker, J., 2003. Brock Biology of Microorgan-
isms. Prentice-Hall, Upper Saddle River (NJ), p. 2003.

Camacho-Muñoz, D., Martín, J., Santos, J.L., Aparicio, I., Alonso, E., 2010a. Occurrence, tem-
poral evolution and risk assessment of pharmaceutically active compounds in
Doñana Park (Spain). J. Hazard. Mater. 183 (1–3), 602–608. https://doi.org/
10.1016/j.jhazmat.2010.07.067.

Camacho-Muñoz, M.D., Santos, J.L., Aparicio, I., Alonso, E., 2010b. Presence of pharmaceu-
tically active compounds in Doñana Park (Spain) main watersheds. J. Hazard. Mater.
177 (1–3), 1159–1162. https://doi.org/10.1016/j.jhazmat.2010.01.030.

Cao, J., Hu, Y., Liu, F., Wang, Y., Bi, Y., Lv, N., Li, J., Zhu, B., Gao, G.F., 2020. Metagenomic
analysis reveals the microbiome and resistome in migratory birds. Microbiome 8
(1), 1–18. https://doi.org/10.1186/s40168-019-0781-8.

Caporaso, J.G., Lauber, C.L., Walters,W.A., Berg-Lyons, D., Lozupone, C.A., Turnbaugh, P.J., ...
Knight, R., 2011. Global patterns of 16S rRNA diversity at a depth of millions of se-
quences per sample. Proc. Natl. Acad. Sci. 108 (Supplement 1), 4516–4522.

Chong, J., Liu, P., Zhou, G., Xia, J., 2020. Using MicrobiomeAnalyst for comprehensive sta-
tistical, functional, and meta-analysis of microbiome data. Nat. Protoc. 15 (3),
799–821. https://doi.org/10.1038/s41596-019-0264-1.

Chudý, A., 2019. Common crane [photography]. Flickr. Retrieved from: https://www.
flickr.com/photos/andrej_chudy/49361088207/.

Ciach, M., Kruszyk, R., 2010. Foraging of white storks Ciconia ciconia on rubbish dumps on
non-breeding grounds. Waterbirds 33 (1), 101–104. https://doi.org/10.1675/
063.033.0112.

https://doi.org/10.1016/j.scitotenv.2021.146872
https://doi.org/10.1016/j.scitotenv.2021.146872
https://doi.org/10.1038/s41598-018-25474-w
https://doi.org/10.1111/1758-2229.12779
https://doi.org/10.1016/j.scitotenv.2020.144551
https://doi.org/10.1038/nrmicro2312
https://doi.org/10.1080/10643389.2019.1692611
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0030
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0030
https://doi.org/10.1139/z03-105
https://doi.org/10.1139/z03-105
https://doi.org/10.1023/B:BIOC.0000039999.57645.23
https://doi.org/10.1023/B:BIOC.0000039999.57645.23
https://doi.org/10.1017/s0952836902000092
https://doi.org/10.1038/s41598-018-23605-x
https://doi.org/10.31170/0071
https://doi.org/10.1111/j.1462-2920.2007.01291.x
https://doi.org/10.1111/j.1462-2920.2007.01291.x
https://doi.org/10.1038/s41587-019-0209-9
https://doi.org/10.1038/s41587-019-0209-9
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0065
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0065
https://doi.org/10.3109/03009734.2014.905663
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0075
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0075
https://doi.org/10.1016/j.jhazmat.2010.07.067
https://doi.org/10.1016/j.jhazmat.2010.07.067
https://doi.org/10.1016/j.jhazmat.2010.01.030
https://doi.org/10.1186/s40168-019-0781-8
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0095
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0095
https://doi.org/10.1038/s41596-019-0264-1
https://www.flickr.com/photos/andrej_chudy/49361088207/
https://www.flickr.com/photos/andrej_chudy/49361088207/
https://doi.org/10.1675/063.033.0112
https://doi.org/10.1675/063.033.0112


D. Jarma, M.I. Sánchez, A.J. Green et al. Science of the Total Environment 783 (2021) 146872
Dafale, N.A., Srivastava, S., Purohit, H.J., 2020. Zoonosis: an emerging link to antibiotic re-
sistance under “one health approach”. Indian J. Microbiol. 60 (2), 139–152. https://
doi.org/10.1007/s12088-020-00860-z.

De Briyne, N., Atkinson, J., Borriello, S.P., Pokludová, L., 2014. Antibiotics used most com-
monly to treat animals in Europe. Vet. Rec. 175 (13), 325. https://doi.org/10.1136/
vr.102462.

DeSantis, T.Z., Hugenholtz, P., Larsen, N., Rojas, M., Brodie, E.L., Keller, K., et al., 2006.
Greengenes, a chimerachecked 16S rRNA gene database and workbench compatible
with ARB. Appl. Environ. Microbiol. 72, 5069–5072.

Dolejska, M., Literak, I., 2019. Wildlife is overlooked in the epidemiology of medically im-
portant antibiotic-resistant bacteria. Antimicrob. Agents Chemother. 63 (8), 1–5.
https://doi.org/10.1128/aac.01167-19.

Dolejska, M., Cizek, A., Literak, I., 2007. High prevalence of antimicrobial-resistant genes
and integrons in Escherichia coli isolates from Black-headed Gulls in the Czech
Republic. J. Appl. Microbiol. 103 (1), 11–19. https://doi.org/10.1111/j.1365-
2672.2006.03241.x.

Dupont, B., 2016. White stork (Ciconia ciconia) [photography]. Wikimedia Commons.
Retrieved from: https://commons.wikimedia.org/wiki/File:White_Stork_(Ciconia_
ciconia)_(25920882773).jpg.

European Centre forDisease Prevention and Control, 2017. ECDCTool for the Prioritization
of Infectious Disease Threats – Handbook and Manual. ECDC, Stockholm.

Franklin, A.B., Ramey, A.M., Bentler, K.T., Barrett, N.L., Mccurdy, L.M., Ahlstrom, C.A.,
Bonnedahl, J., Shriner, S.A., Chandler, J.C., 2020. Gulls as sources of environmental
contamination by Colistin-resistant bacteria. Sci. Rep., 1–10 https://doi.org/10.1038/
s41598-020-61318-2.

Garmyn, A., Haesebrouck, F., Hellebuyck, T., Smet, A., Pasmans, F., Butaye, P., Martel, A.,
2011. Presence of extended-spectrum β-lactamase-producing Escherichia coli in
wild geese. J. Antimicrob. Chemother. 66 (7), 1643–1644. https://doi.org/10.1093/
jac/dkr148.

Gillings, M.R., 2018. DNA as a pollutant: the clinical class 1 integron. Curr. Pollut. Rep. 4
(1), 49–55.

Gillings, M.R., Gaze, W.H., Pruden, A., Smalla, K., Tiedje, J.M., Zhu, Y.G., 2015. Using the
class 1 integron-integrase gene as a proxy for anthropogenic pollution. ISME J. 9
(6), 1269–1279. https://doi.org/10.1038/ismej.2014.226.

Gómez, P., Lozano, C., Camacho, M.C., Lima-Barbero, J.F., Hernández, J.M., Zarazaga, M.,
Höfle, Ú., Torres, C., 2016. Detection of MRSA ST3061-t843-mecC and ST398-t011-
mecA in white stork nestlings exposed to human residues. J. Antimicrob. Chemother.
71 (1), 53–57. https://doi.org/10.1093/jac/dkv314.

Gonçalves, A., Igrejas, G., Radhouani, H., Santos, T., Monteiro, R., Pacheco, R., Alcaide, E.,
Zorrilla, I., Serra, R., Torres, C., Poeta, P., 2013. Detection of antibiotic resistant entero-
cocci and Escherichia coli in free range Iberian Lynx (Lynx pardinus). Sci. Total Envi-
ron. 456–457, 115–119. https://doi.org/10.1016/j.scitotenv.2013.03.073.

Gorham, T.J., Lee, J., 2016. Pathogen loading from Canada geese faeces in freshwater: po-
tential risks to human health through recreational water exposure. Zoonoses Public
Health 63 (3), 177–190. https://doi.org/10.1111/zph.12227.

Green, A.J., Bustamante, J., Janss, G.F.E., Fernández-Zamudio, R., Díaz-Paniagua, C., 2018.
Doñana wetlands (Spain). In: Finlayson, C.M., Milton, G.R., Prentice, R.C., Davidson,
N.C. (Eds.), The Wetland Book: II: Distribution, Description and Conservation.
Springer, pp. 1123–1136 https://doi.org/10.1007/978-94-007-4001-3_139.

Guenther, S., Ewers, C., Wieler, L.H., 2011. Extended-spectrum beta-lactamases producing
E. coli in wildlife, yet another form of environmental pollution? Front. Microbiol. 2
(DEC), 1–13. https://doi.org/10.3389/fmicb.2011.00246.

Hamarova, E., Repel, M., Javorský, P., Pristaš, P., 2017. Evaluation of enteromicroflora of
common crane (Grus grus) as a potential reservoir of bacterial antimicrobial resis-
tance. Biologia (Poland) 72 (9), 1098–1100. https://doi.org/10.1515/biolog-2017-
0118.

Hessman, J., Atterby, C., Olsen, B., Järhult, J.D., 2018. High prevalence and temporal varia-
tion of extended spectrum β-lactamase-producing bacteria in urban Swedish mal-
lards. Microb. Drug Resist. 24 (6), 822–829. https://doi.org/10.1089/mdr.2017.0263.

Höfle, U., Jose Gonzalez-Lopez, J., Camacho, M.C., Solà-Ginés, M., Moreno-Mingorance, A.,
Manuel Hernández, J., ... Ramis, A., 2020. Foraging at solid urban waste disposal sites
as risk factor for cephalosporin and Colistin resistant Escherichia coli carriage in
white storks (Ciconia ciconia). Front. Microbiol. 11, 1397. https://doi.org/10.3389/
fmicb.2020.01397.

Iliff, D., 2006. Anser anser (cropped) [photography]. Wikimedia Commons. Retrieved
from: https://commons.wikimedia.org/wiki/File:Anser_anser_(cropped).jpg.

Karkman, A., Do, T.T., Walsh, F., Virta, M.P.J., 2018. Antibiotic-resistance genes in waste
water. Trends Microbiol. 26 (3), 220–228. https://doi.org/10.1016/j.tim.2017.09.005.

Kazakova, J., Fernández-Torres, R., Ramos-Payán,M., Bello-López,M.Á., 2018.Multiresidue
determination of 21 pharmaceuticals in crayfish (Procambarus clarkii) using enzy-
matic microwave-assisted liquid extraction and ultrahigh-performance liquid
chromatography-triple quadrupole mass spectrometry analysis. J. Pharm. Biomed.
Anal. 160, 144–151. https://doi.org/10.1016/j.jpba.2018.07.057.

Kitadai, N., Obi, T., Yamashita, S., Murase, T., Takase, K., 2012. Antimicrobial susceptibility
of Escherichia coli isolated from feces of wild cranes migrating to Kagoshima, Japan.
J. Vet. Med. Sci. 74 (3), 395–397. https://doi.org/10.1292/jvms.11-0220.

Li, B., Yin, F., Zhao, X., Guo, Y., Wang, W., Wang, P., Zhu, H., Yin, Y., Wang, X., 2020.
Colistin resistance gene mcr-1 mediates cell permeability and resistance to hy-
drophobic antibiotics. Front. Microbiol. 10 (January), 1–7. https://doi.org/
10.3389/fmicb.2019.03015.

Lin, Y., Dong, X., Sun, R., Wu, J., Tian, L., Rao, D., Zhang, L., Yang, K., 2020. Migratory birds-
one major source of environmental antibiotic resistance around Qinghai Lake, China.
Sci. Total Environ. 739, 139758. https://doi.org/10.1016/j.scitotenv.2020.139758.

Lu, J., Ryu,H., Vogel, J., Domingo, J.S., Ashbolt, N.J., 2013.Molecular detectionof Campylobacter
spp. and fecal indicator bacteria during the northern migration of sandhill cranes (Grus
10
canadensis) at the Central Platte River. Appl. Environ. Microbiol. 79 (12), 3762–3769.
https://doi.org/10.1128/AEM.03990-12.

Mandal, S., Van Treuren, W., White, R.A., Eggesbø, M., Knight, R., Peddada, S.D., 2015.
Analysis of composition of microbiomes: a novel method for studyingmicrobial com-
position. Microb. Ecol. Health Dis. 26 (0), 1–7. https://doi.org/10.3402/mehd.
v26.27663.

Marcelino, V.R., Wille, M., Hurt, A.C., Gonzalez-Acuna, D., Klaassen, M., Eden, J.-S., Shi, M.,
Iredell, J.R., Sorrell, T.C., Holmes, E.C., 2018. High levels of antibiotic resistance gene
expression among birds living in a wastewater treatment plant. BioRxiv 462366.
https://doi.org/10.1101/462366.

Martínez, J.L., Coque, T.M., Baquero, F., 2015. What is a resistance gene? Ranking risk in
resistomes. Nat. Rev. Microbiol. 13 (2), 116–123. https://doi.org/10.1038/nrmicro3399.

Martínez-Haro, M., Taggart, M.A., Lefranc, H., Martín-Doimeadiós, R.C., Green, A.J., Mateo,
R., 2013. Monitoring of Pb exposure in waterfowl ten years after a mine spill through
the use of noninvasive sampling. PLoS One 8 (2), e57295. https://doi.org/10.1371/
annotation/f7eb04d1-9032-49f4-b805-67c0342f4865.

Martín-Vélez, V., Sánchez, M.I., Shamoun-Baranes, J., Thaxter, C.B., Stienen, E.W.,
Camphuysen, K.C., Green, A.J., 2019. Quantifying nutrient inputs by gulls to a fluctu-
ating lake, aided by movement ecology methods. Freshw. Biol. 64 (10), 1821–1832.
https://doi.org/10.1111/fwb.13374.

Martín-Vélez, V., Mohring, B., Van Leeuwen, C.H.A., Shamoun-baranes, J., Thaxter,
C.B., Baert, J.M., Camphuysen, C.J., Green, A.J., 2020. Functional connectivity net-
work between terrestrial and aquatic habitats by a generalist waterbird, and im-
plications for biovectoring. Sci. Total Environ. 705, 135886. https://doi.org/
10.1016/j.scitotenv.2019.135886.

Martín-Vélez, V., Lovas-Kiss, Á., Sánchez, M.I., Green, A.J., 2021a. Endozoochory of the
same community of plants lacking fleshy fruits by storks and gulls. J. Veget. Sci. 32,
e12967. https://doi.org/10.1111/jvs.12967.

Martín-Vélez, V., van Leeuwen, C.H.A., Sánchez, M.I., Hortas, F., Shamoun-Baranes, J.,
Thaxter, C.B., Lens, L., Camphuysen, C.J., Green, A.J., 2021b. Spatial patterns of weed
dispersal by wintering gulls within and beyond an agricultural landscape. J. Ecol.
https://doi.org/10.1111/1365-2745.13619.

Migura-Garcia, L., González-López, J.J., Martinez-Urtaza, J., Aguirre Sánchez, J.R., Moreno-
Mingorance, A., Perez de Rozas, A., Höfle, U., Ramiro, Y., Gonzalez-Escalona, N., 2020.
mcr-Colistin resistance genes mobilized by IncX4, IncHI2, and IncI2 plasmids in
Escherichia coli of pigs and white stork in Spain. Front. Microbiol. 10 (January),
1–11. https://doi.org/10.3389/fmicb.2019.03072Molina-Lopez.

Molina-Lopez, R.A., Valverdú, N., Martin, M., Mateu, E., Obon, E., Cerdà-Cuéllar, M.,
Darwich, L., 2011. Wild raptors as carriers of antimicrobial resistant Salmonella and
Campylobacter strains. Vet. Rec. 168 (21), 12–15. https://doi.org/10.1136/vr.c7123.

del Moral, J.C., Molina, M.V., Bermejo, A.B., Palomino, P.N. (Eds.), 2012. Atlas de las aves en
invierno en España, 2007–2010. Organismo Autónomo Parques Nacionales.

Murray, C.G., Hamilton, A.J., 2010. Perspectives on wastewater treatment wetlands and
waterbird conservation. J. Appl. Ecol. 47 (5), 976–985. https://doi.org/10.1111/
j.1365-2664.2010.01853.x.

Olsson, C., Gunnarsson, G., Elmberg, J., 2017. Field preference of Greylag geese Anser anser
during the breeding season. Eur. J. Wildl. Res. 63 (1). https://doi.org/10.1007/s10344-
017-1086-5.

Paredes, I., Ramírez, F., Aragonés, D., Bravo, M.A., Forero, M.G., Green, A.J., 2021. Ongoing
anthropogenic eutrophication of the catchment area threatens the Doñana World
Heritage Site (South-west Spain). Wetl. Ecol. Manag. https://doi.org/10.1007/
s11273-020-09766-5.

Prince Milton, A.A., Agarwal, R.K., Priya, G.B., Saminathan, M., Aravind, M., Reddy, A.,
Athira, C.K., Anjay, Ramees, T.P., Dhama, K., Sharma, A.K., Kumar, A., 2017. Prevalence
of Campylobacter jejuni and Campylobacter coli in captive wildlife species in India.
Iran. J. Vet. Res. 18 (3), 177–182. https://doi.org/10.22099/ijvr.2017.4219.

Quast, C., Pruesse, E., Yilmaz, P., Gerken, J., Schweer, T., Yarza, P., ... Glöckner, F.O., 2012.
The SILVA ribosomal RNA gene database project: improved data processing and
web-based tools. Nucleic Acids Res. 41 (D1), D590–D596.

Ramo, C., Aguilera, E., Figuerola, J., Máñez, M., Green, A.J., 2013. Long-term population
trends of colonial wading birds breeding in Doñana (SW Spain) in relation to envi-
ronmental and anthropogenic factors. Ardeola 60 (2), 305–326.

Ramo, C., Amat, J.A., Nilsson, L., Schricke, V., Rodríguez-Alonso, M., Gómez-Crespo, E., ...
Boos, M., 2015. Latitudinal-related variation inwintering population trends of greylag
geese (Anser Anser) along the Atlantic flyway: a response to climate change? PLoS
One 10 (10), e0140181.

Rendón,M.A., Green, A.J., Aguilera, E., Almaraz, P., 2008. Status, distribution and long-term
changes in the waterbird community wintering in Doñana, south-west Spain. Biol.
Conserv. 141 (5), 1371–1388.

Rojas, M., 2012. Cultivo del arroz en Andalucía. Phytoma Esp. 238, 38–42.
Sánchez Guzmán, J.M., Avilés, J.M., Medina, F.J., Sánchez, A., 1998. Status and trends of the

common crane Grus grus on the western route. Bird Conserv. Intl. 8 (3), 269–279.
https://doi.org/10.1017/S0959270900001921.

Serwecińska, L., 2020. Antimicrobials and antibiotic-resistant bacteria: a risk to the envi-
ronment and to public health. Water 12 (12), 3313. https://doi.org/10.3390/
w12123313.

Spelt, A., Williamson, C., Shamoun-Baranes, J., Shepard, E., Rock, P., Windsor, S., 2019.
Habitat use of urban-nesting lesser black-backed gulls during the breeding season.
Sci. Rep. 9 (1), 1–11. https://doi.org/10.1038/s41598-019-46890-6.

Stalder, T., Barraud, O., Jové, T., Casellas, M., Gaschet, M., Dagot, C., Ploy, M.C., 2014.
Quantitative and qualitative impact of hospital effluent on dissemination of the
integron pool. ISME J. 8 (4), 768–777. https://doi.org/10.1038/ismej.2013.189.

Stedt, J., Bonnedahl, J., Hernandez, J., Waldenström, J., McMahon, B.J., Tolf, C., Olsen, B.,
Drobni, M., 2015. Carriage of CTX-M type extended spectrum β-lactamases (ESBLs)
in gulls across Europe. Acta Vet. Scand. 57 (1), 4–11. https://doi.org/10.1186/
s13028-015-0166-3.

https://doi.org/10.1007/s12088-020-00860-z
https://doi.org/10.1007/s12088-020-00860-z
https://doi.org/10.1136/vr.102462
https://doi.org/10.1136/vr.102462
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0125
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0125
https://doi.org/10.1128/aac.01167-19
https://doi.org/10.1111/j.1365-2672.2006.03241.x
https://doi.org/10.1111/j.1365-2672.2006.03241.x
https://commons.wikimedia.org/wiki/File:White_Stork_(Ciconia_ciconia)_(25920882773).jpg
https://commons.wikimedia.org/wiki/File:White_Stork_(Ciconia_ciconia)_(25920882773).jpg
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0145
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0145
https://doi.org/10.1038/s41598-020-61318-2
https://doi.org/10.1038/s41598-020-61318-2
https://doi.org/10.1093/jac/dkr148
https://doi.org/10.1093/jac/dkr148
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0160
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0160
https://doi.org/10.1038/ismej.2014.226
https://doi.org/10.1093/jac/dkv314
https://doi.org/10.1016/j.scitotenv.2013.03.073
https://doi.org/10.1111/zph.12227
https://doi.org/10.1007/978-94-007-4001-3_139
https://doi.org/10.3389/fmicb.2011.00246
https://doi.org/10.1515/biolog-2017-0118
https://doi.org/10.1515/biolog-2017-0118
https://doi.org/10.1089/mdr.2017.0263
https://doi.org/10.3389/fmicb.2020.01397
https://doi.org/10.3389/fmicb.2020.01397
https://commons.wikimedia.org/wiki/File:Anser_anser_(cropped).jpg
https://doi.org/10.1016/j.tim.2017.09.005
https://doi.org/10.1016/j.jpba.2018.07.057
https://doi.org/10.1292/jvms.11-0220
https://doi.org/10.3389/fmicb.2019.03015
https://doi.org/10.3389/fmicb.2019.03015
https://doi.org/10.1016/j.scitotenv.2020.139758
https://doi.org/10.1128/AEM.03990-12
https://doi.org/10.3402/mehd.v26.27663
https://doi.org/10.3402/mehd.v26.27663
https://doi.org/10.1101/462366
https://doi.org/10.1038/nrmicro3399
https://doi.org/10.1371/annotation/f7eb04d1-9032-49f4-b805-67c0342f4865
https://doi.org/10.1371/annotation/f7eb04d1-9032-49f4-b805-67c0342f4865
https://doi.org/10.1111/fwb.13374
https://doi.org/10.1016/j.scitotenv.2019.135886
https://doi.org/10.1016/j.scitotenv.2019.135886
https://doi.org/10.1111/jvs.12967
https://doi.org/10.1111/1365-2745.13619
https://doi.org/10.3389/fmicb.2019.03072Molina-Lopez
https://doi.org/10.1136/vr.c7123
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0300
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0300
https://doi.org/10.1111/j.1365-2664.2010.01853.x
https://doi.org/10.1111/j.1365-2664.2010.01853.x
https://doi.org/10.1007/s10344-017-1086-5
https://doi.org/10.1007/s10344-017-1086-5
https://doi.org/10.1007/s11273-020-09766-5
https://doi.org/10.1007/s11273-020-09766-5
https://doi.org/10.22099/ijvr.2017.4219
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0325
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0325
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0330
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0330
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0330
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0335
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0335
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0335
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0340
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0340
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0340
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0345
https://doi.org/10.1017/S0959270900001921
https://doi.org/10.3390/w12123313
https://doi.org/10.3390/w12123313
https://doi.org/10.1038/s41598-019-46890-6
https://doi.org/10.1038/ismej.2013.189
https://doi.org/10.1186/s13028-015-0166-3
https://doi.org/10.1186/s13028-015-0166-3


D. Jarma, M.I. Sánchez, A.J. Green et al. Science of the Total Environment 783 (2021) 146872
Szczepańska, B., Kamiński, P., Andrzejewska, M., Spica, D., Kartanas, E., Ulrich, W., Jerzak,
L., Kasprzak, M., Marcin, B., Klawe, J., 2015. Prevalence, Virulence, and Antimicrobial
Resistance of Campylobacter jejuni and Campylobacter coli in White Stork Ciconia
ciconia in Poland. Foodborne Pathogens and Disease 12, 24–31. https://doi.org/
10.1089/fpd.2014.1793 1.

Taylor, N.G.H., Verner-Jeffreys, D.W., Baker-Austin, C., 2011. Aquatic systems: maintain-
ing, mixing and mobilising antimicrobial resistance? Trends Ecol. Evol. 26 (6),
278–284. https://doi.org/10.1016/j.tree.2011.03.004.

Trepte, A., 2013. Ciconia ciconia [photography]. Wikimedia Commons. Retrieved from:
https://commons.wikimedia.org/wiki/File:Weißstorch_(Ciconia_ciconia).jpg.

Vergara, A., Pitart, C., Montalvo, T., Roca, I., Sabaté, S., Juan, C.H., Raquel, P., Francesc, M.,
Ramírez, B., Peracho, V., de Mercé, S., Vila, J., 2017. Prevalence of extended-spectrum-
β-lactamase- and/or carbapenemase-producing Escherichia coli isolated from yellow-
legged gulls from Barcelona, Spain Andrea. Antimicrob. Agents Chemother. 61 (2), 1–5.
11
Vittecoq, M., Godreuil, S., Prugnolle, F., Durand, P., Brazier, L., Renaud, N., Arnal, A.,
Aberkane, S., Jean-Pierre, H., Gauthier-Clerc, M., Thomas, F., Renaud, F., 2016. Review:
antimicrobial resistance in wildlife. J. Appl. Ecol. 53 (2), 519–529. https://doi.org/
10.1111/1365-2664.12596.

World Health Organization, 2017. Prioritization of Pathogens to Guide Discovery,
Research and Development of New Antibiotics for Drug-resistant Bacterial Infections,
Including Tuberculosis. World Health Organization, Geneva (WHO/EMP/IAU/
2017.12). (Licence: CC BY-NC-SA 3.0 IGO.).

Wu, D., Huang, X.H., Sun, J.Z., Graham, D.W., Xie, B., 2017. Antibiotic resistance genes and
associated microbial community conditions in aging landfill systems. Environ. Sci.
Technol. 51 (21), 12859–12867. https://doi.org/10.1021/acs.est.7b03797.

Wu, J., Huang, Y., Rao, D., Zhang, Y., Yang, K., 2018. Evidence for environmental dissemi-
nation of antibiotic resistance mediated by wild birds. Front. Microbiol. 9 (APR),
1–12. https://doi.org/10.3389/fmicb.2018.00745.

https://doi.org/10.1089/fpd.2014.1793
https://doi.org/10.1089/fpd.2014.1793
https://doi.org/10.1016/j.tree.2011.03.004
https://commons.wikimedia.org/wiki/File:Wei�storch_(Ciconia_ciconia).jpg
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0385
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0385
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0385
https://doi.org/10.1111/1365-2664.12596
https://doi.org/10.1111/1365-2664.12596
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0395
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0395
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0395
http://refhub.elsevier.com/S0048-9697(21)01942-2/rf0395
https://doi.org/10.1021/acs.est.7b03797
https://doi.org/10.3389/fmicb.2018.00745

	Faecal microbiota and antibiotic resistance genes in migratory waterbirds with contrasting habitat use
	1. Introduction
	2. Material and methods
	2.1. Study species
	2.2. Collection of bird faeces
	2.3. DNA extraction
	2.4. High-throughput sequencing and analyses of sequence datasets
	2.5. Quantification of antibiotic resistance genes

	3. Results
	3.1. Composition of gut bacterial communities
	3.2. Abundance of gene intI1 and ARGs

	4. Discussion
	4.1. Gulls and storks — bird species regularly feeding in landfills and urbanized areas
	4.2. Cranes and geese — species inhabiting more natural, less-polluted sites
	4.3. Comparison of potential human pathogens between bird species
	4.4. Relation between ARG content and bird ecology
	4.5. Future work

	5. Conclusions
	CRediT authorship contribution statement
	Declaration of competing interest
	Acknowledgements
	Appendix A. Supplementary data
	References




