
                                                                    

University of Dundee

Metagenomic insights into the abundance and composition of resistance genes in
aquatic environments
Yang, Yuyi; Li, Zan; Song, Wenjuan; Du, Linna; Ye, Chen; Zhao, Bo

Published in:
Environment International

DOI:
10.1016/j.envint.2019.03.062

Publication date:
2019

Licence:
CC BY

Document Version
Publisher's PDF, also known as Version of record

Link to publication in Discovery Research Portal

Citation for published version (APA):
Yang, Y., Li, Z., Song, W., Du, L., Ye, C., Zhao, B., Liu, W., Deng, D., Pan, Y., Lin, H., & Cao, X. (2019).
Metagenomic insights into the abundance and composition of resistance genes in aquatic environments:
Influence of stratification and geography. Environment International, 127, 371-380.
https://doi.org/10.1016/j.envint.2019.03.062

General rights
Copyright and moral rights for the publications made accessible in Discovery Research Portal are retained by the authors and/or other
copyright owners and it is a condition of accessing publications that users recognise and abide by the legal requirements associated with
these rights.

 • Users may download and print one copy of any publication from Discovery Research Portal for the purpose of private study or research.
 • You may not further distribute the material or use it for any profit-making activity or commercial gain.
 • You may freely distribute the URL identifying the publication in the public portal.
Take down policy
If you believe that this document breaches copyright please contact us providing details, and we will remove access to the work immediately
and investigate your claim.

Download date: 22. May. 2023

https://doi.org/10.1016/j.envint.2019.03.062
https://discovery.dundee.ac.uk/en/publications/c2e727fc-f115-4c59-982b-fd436786efad
https://doi.org/10.1016/j.envint.2019.03.062


Contents lists available at ScienceDirect

Environment International

journal homepage: www.elsevier.com/locate/envint

Metagenomic insights into the abundance and composition of resistance
genes in aquatic environments: Influence of stratification and geography

Yuyi Yanga,b,1, Zan Lic,1, Wenjuan Songd, Linna Due, Chen Yea, Bo Zhaof, Wenzhi Liua,⁎,
Danli Denga,g, Yongtai Pana,g, Hui Linh, Xinhua Caoi

a Key Laboratory of Aquatic Botany and Watershed Ecology, Wuhan Botanical Garden, Chinese Academy of Sciences, Wuhan 430074, China
b School of Life Sciences, University of Dundee, Dundee DD1 5EH, Scotland, UK
c School of Agriculture, Ludong University, Yantai 264025, China.
d Xinjiang Institute of Ecology and Geography, Chinese Academy of Sciences, Urumqi 830011, China
e Department of Agriculture and Biotechnology, Wenzhou Vocational College of Science and Technology, Wenzhou 325006, China
f School of Automation Engineering, Northeast Electric Power University, Jilin 132012, China
g College of Life Sciences, University of Chinese Academy of Sciences, Beijing 100049, China
h Institute of Environmental Resources and Soil Fertilizers, Zhejiang Academy of Agricultural Sciences, Hangzhou 310021, China
i School of Life Sciences, Jianghan University, Wuhan 430056, China

A R T I C L E I N F O

Handling Editor: Yong-Guan Zhu

Keywords:
Metagenomic analysis
Bacitracin resistance genes
Mercury resistance genes
Stratification
Principal coordinates analysis

A B S T R A C T

A global survey was performed with 122 aquatic metagenomic DNA datasets (92 lake water and 30 seawater)
obtained from the Sequence Read Archive (SRA). Antibiotic resistance genes (ARGs) and metal resistance genes
(MRGs) were derived from the dataset sequences via bioinformatic analysis. The relative abundances of ARGs
and MRGs in lake samples were in the ranges ND (not detected)–1.34× 100 and 1.22× 10−3–1.98× 10−1

copies per 16S rRNA, which were higher than those in seawater samples. Among ARGs, multidrug resistance
genes and bacitracin resistance genes had high relative abundances in both lake and sea water samples. Multi-
metal resistance genes, mercury resistance genes and copper resistance genes had the greatest relative abun-
dance for MRGs. No significant difference was found between epilimnion and hypolimnion in abundance or the
Shannon diversity index for ARGs and MRGs. Principal coordinates analysis and permutational multivariate
analysis of variance (PERMANOVA) test showed that stratification and geography had significant influence on
the composition of ARGs and MRGs in lakes (p < 0.05, PERMANOVA). Coastal seawater samples had sig-
nificantly greater relative abundance and a higher Shannon index for both ARGs and MRGs than deep ocean and
Antarctic seawater samples (p < 0.05, Kruskal-Wallis one-way ANOVA), suggesting that human activity may
exert more selective pressure on ARGs and MRGs in coastal areas than those in deep ocean and Antarctic sea-
water.

1. Introduction

Antibiotic resistance genes (ARGs) and metal resistance genes have
ancient origin (Jackson and Dugas, 2003; Wright and Poinar, 2012), but
human activities accelerate the propagation and dissemination of ARGs
and MRGs (Gillings, 2018; Li et al., 2017). Aquatic environments which
were easily influenced by human activities and regarded as ideal
mediums for the aggregation and dissemination of ARGs and MRGs
(Marti et al., 2014; Pal et al., 2015). Lakes and oceans are two aquatic
environments in which ARGs and MRGs ultimately collect. ARG pol-
lution has been well documented in lakes (Bengtsson-Palme et al.,

2014; Czekalski et al., 2014; Czekalski et al., 2015; Yang et al., 2017a;
Yang et al., 2017b) and seas (Chen et al., 2013; Hao et al., 2018; Hatosy
and Martiny, 2015; Zhang et al., 2018). MRGs have also been in-
vestigated in microbiota from lake (Edwardson and Hollibaugh, 2017)
and seas (Chauhan et al., 2017; Yang et al., 2019a). ARGs and MRGs
could be co-selected or cross-selected in the environment. Analysis of
5436 complete bacterial genomes showed that co-existent ARGs and
MRGs occur widely in environmental and clinical bacteria (Luo et al.,
2017). Plasmids containing both MRGs and ARGs were more likely to
be conjugative and transferred between different bacterial taxa (Pal
et al., 2015). The co-occurrence of MRGs and ARGs genes in the same
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mobile genetic elements (MGEs) is responsible for the co-selection of
ARGs as a consequence of heavy metal pollution (Di Cesare et al., 2016;
Imran et al., 2019). Concentrations of antibiotics in aquatic environ-
ments are typically below levels likely to impact microorganisms
(Kolpin et al., 2002), while metal contamination is ubiquitous and is
still rapidly increasing (Huang et al., 2019), so heavy metals could fa-
cilitates the proliferation of MRGs (Roosa et al., 2014) and accelerates
the propagation of ARGs through co-selection of ARGs with MRGs
(Baker-Austin et al., 2006; Di Cesare et al., 2016; Seiler and Berendonk,
2012).

Studies that have looked at ARGs and MRGs in natural lakes or seas
have usually been performed at a local scale. There was no collation
about ARGs and MRGs from metagenomic data of lakes and seas to
obtain global diversity, biogeography and co-occurrence pattern of
ARGs and MRGs in lakes and seas. In this study, we obtained metage-
nomic data from lakes and seas worldwide that was held in the
Sequence Read Archive (SRA, https://www.ncbi.nlm.nih.gov/sra). The
metagenomic data of lake water from the SRA could be classified by
thermal stratification and geological sites. The metagenomic data for
sea waters were classified into coastal, deep ocean, and Antarctic
groups, to indicated the effect of human influence. Hence, the aims of
this research were to: (1) identify the effect of thermal stratification and
geography on the abundance and composition of ARGs and MRGs in
lakes; (2) analyze the co-occurrence pattern of ARGs and MRGs in
global lakes and seas; (3) investigate the distribution of ARGs in sea-
water of coastal, deep ocean, and Antarctic groups to speculate the
effect of human influence on the abundance and diversity of ARGs and
MRGs in seas.

2. Methods and materials

2.1. Data collection and pre-processing

Metagenomic data sampled from lakes and seas worldwide were
retrieved from the Sequence Read Archive (SRA) (https://www.ncbi.
nlm.nih.gov/sra) database on the NCBI website using the search terms
lake AND metagenome and sea AND metagenome on 2018-06-29. The
data obtained were then refined using the criteria: (1) if a lake or sea
site had metagenomic data for several years, data within the latest year
were selected; (2) if there were datasets replicates, sequences having
the greatest length were selected. These selections resulted in a com-
plete dataset comprising 122 metagenomic sequence objects from lakes
(n=92) and seas (n= 30) (Supplementary materials, Table S1) that
was used to investigate the diversity and distribution of ARGs and
MRGs. Of the lake datasets, 37 items were obtained from epilimnion
samples, 13 were from hypolimnion samples, and 8 were from meta-
limnion samples, with the remaining 34 datasets with no thermal
stratification information. The lake data collected from 8 geographical
regions, including Rwanda, Finland, USA, Canada, Brazil, Switzerland,
Russia, Malawi and Antarctic (Fig. S1, Supplementary materials). The
seawater datasets included 8 items from the deep ocean, 15 from
coastal waters, and 7 from the seas around Antarctica. The raw data
were downloaded and processed as follows (Li et al., 2018): (1)
PRINSEQ was used to check the data quality and filter the data
(prinseq-lite.pl with parameter settings mean quality score≥ 20 and
number of ambiguous≤ 1); (2) only sequences with length> 100 bp
were included. The included sequences were trimmed to 100 bp to
eliminate inconsistencies in sequences and reduce the bias caused by
sequencing. In the final lake and ocean datasets used in the study, the
number of sequences across all samples ranged from 211,168 to
403,273,514 sequences with an average value of 85,100,945 sequences.

2.2. Analysis of ARGs and MRGs

The metagenomic data was processed against the Structured ARG
(SARG) database (containing 23 ARG classes and 1277 ARG subtypes)

through the ARGs-OAP online pipeline (http://smile.hku.hk/SARGs)
following the published procedure (Li et al., 2018; Yin et al., 2018) to
identify ARGs. The metagenomic data were processed against the
BacMet reference dataset (http://bacmet.biomedicine.gu.se/index.
html, containing 23 MRG classes) to identify MRGs. The UBLAST al-
gorithm, using Perl script supplied by the platform, was run to pre-
screen ARG-like, MRG-like and 16S rRNA gene sequences. The candi-
date ARG and MRG sequences were matched against the SARG and
Bacmet databases using BLASTX. The sequences that were found which
met the BLASTX criteria (alignment length 25 aa, similarity 80%, and e-
value 1e−5 (Li et al., 2018)) were classified according to the SARG and
MRG hierarchy (Buchfink et al., 2014; Kristiansson et al., 2011). For
example, ‘tetracycline resistance genes’ is one example of an ‘ARG type’,
whereas ‘tetA’ is one of the tetracycline resistance subtypes. MRG
hierarchy was also the same as ARG. ARG and MRG abundances (copies
of ARGs or MRGs per copy of 16S rRNA) in the metagenomic data were
calculated and recorded.

2.3. Statistical analysis

Kruskal-Wallis one-way analysis of variance on ranks was used to
compare the differences in relative abundance and Shannon index of
ARGs and MRGs in lakes and seas because the data failed the normality
test. The R (3.4.1) vegan package was used to calculate the Shannon
index and perform principal coordinates analysis (PCoA) based on the
ARG and MRG subtypes (Oksanen et al., 2013). Permutational multi-
variate analysis of variance (PERMANOVA) was performed to analyze
the effect of stratification and geography on the composition of ARGs
and MRGs via adonis2 function in vegan package. The R VennDiagram
package was used to analyze and graph ARGs and MRGs (Chen and
Boutros, 2011). The R Hmisc package was used to perform Spearman
analysis of ARGs and MRGs in lakes and seas (Harrell and Dupont,
2012), and Gephi (0.9.1; Gephi, WebAtlas, France) was used to create a
network representation of the results (Bastian et al., 2009). In the
network, the observed (O%) and random incidences (R%) of co-oc-
currence pattern of ARG and MRG were statistically analyzed and the
ratio of O% to R% (O/R ratio) was used as a threshold to determine
non-random co-occurrence patterns (Ju et al., 2016; Ju and Zhang,
2015). Pearson analysis of Gross domestic product (GDP) per million
people (Table S2) and geometric mean of ARG abundances in lakes
from each country were carried out.

3. Results

3.1. ARG and MRG abundances in water from lakes and seas

The relative abundance of ARGs retrieved from 122 metagenomic
data is shown in Fig. 1a and b. The relative abundance of ARGs in lakes
was in the range ND (not detected)–1.34 copies per 16S rRNA, with an
average value of 7.25×10−2 copies per 16S rRNA. The relative
abundance of ARGs in seas was in the range ND–1.40× 10−1 copies
per 16S rRNA with an average value of 2.70× 10−2 copies per 16S
rRNA. The median relative abundances were significantly higher in
lakes than in seas (Kruskal-Wallis one-way ANOVA; p < 0.05). The
average relative abundances for epilimnion, hypolimnion, and meta-
limnion were 2.70× 10−2, 8.66×10−2, and 7.41×10−2 copies per
16S rRNA. There was no significant difference in the median values of
relative abundance of ARGs between epilimnion, hypolimnion, and
metalimnion (Kruskal-Wallis one-way ANOVA; p > 0.05). Of the lake
metagenomic datasets, 18 data were obtained from European lakes and
65 were obtained from North American lakes. There was no significant
difference between European and North American lakes in relative
abundance of ARGs (Fig. S2a, Kruskal-Wallis one-way ANOVA;
p < 0.05). Median values of relative abundance of ARGs in coastal
waters were significantly higher than those deep oceans (Kruskal-Wallis
one-way ANOVA; p < 0.05). Twenty-two ARG types were identified in
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lakes (Fig. 2a), and 19 ARG types were found in seas (Fig. 2b). Baci-
tracin resistance genes and multidrug resistance genes were the two
main ARG types with highest relative abundances in lakes. Multidrug
resistance genes had the highest relative abundance in seas, followed by
unclassified resistance genes and bacitracin resistance genes.

The relative abundance of MRGs identified from 122 metagenomic
data are shown in Fig. 1c and d. The relative abundances of MRGs in
lakes were in the range 1.22×10−3–1.98× 10−1 copies per 16S rRNA
with an average value of 3.03×10−2 copies per 16S rRNA. The re-
lative abundances of ARGs in seas were in the range ND–1.78× 10−1

copies per 16S rRNA with an average value of 2.50× 10−2 copies per
16S rRNA. There was a statistically significant difference in the median
values of the relative abundance of MRGs between lakes and seas
(Kruskal-Wallis one-way ANOVA; p < 0.05). The median values of
relative abundances in epilimnion and hypolimnion were significantly
higher than those in metalimnion (Kruskal-Wallis one-way ANOVA;
p < 0.05). There was no significant difference in relative abundance of
ARGs between European and North American lakes (Fig. S2b, Kruskal-
Wallis one-way ANOVA; p < 0.05). Fifteen MRG types were identified
from lake metagenomic data, and 14 MRG types were identified from
the sea data. Multi-metal resistance genes, copper resistance genes,
mercury resistance genes, and arsenic resistance genes had high relative
abundances in lakes (Fig. 2c). Multi-metal resistance genes, copper
resistance genes and mercury resistance genes were the principal MRGs

in seas having high relative abundances (Fig. 2d).

3.2. Diversity of ARGs and MRGs in lakes and seas

Four hundred and forty ARG subtypes were found in the 92 lake
water metagenomic data, and 340 ARG subtypes were found in the 30
sea data. The Venn diagram shows that 250 ARG subtypes were found
in both lakes and seas (Fig. S3a). Two hundred and seventy-one, 137
and 184 ARG subtypes were found in epilimnion, hypolimnion and
metalimnion. Ninety-nine ARG subtypes, in 14 ARG types, were found
in all lake waters (Fig. 3a and Table S3). Three hundred and nine, 80
and 67 ARG subtypes were found in coastal, deep ocean and Antarctic
sea waters. Nine ARG types, containing 38 subtypes, were found in all
sea waters (Fig. 3b and Table S4).

Metagenomic data for lakes and seas contained 218 and 166 MRG
subtypes. Venn diagram analysis shows that 159 MRG subtypes were
found in both lakes and seas (Fig. S3b). There were 156, 108 and 113
MRG subtypes in epilimnion, hypolimnion and metalimnion (Fig. 3c).
Of these, 12 MRG types, containing 84 MRG subtypes, were found in
every lake stratum (Fig. 3c and Table S5). There were 145, 65 and 93
MRG subtypes in data for coastal, deep ocean and Antarctic waters.
Nine MRG types, containing 49 MRG subtypes, were found in all sea
waters (Fig. 3d and Table S6).

The Shannon indexes of ARGs in lakes and seas were in the ranges

Fig. 1. Boxplots of relative abundances of ARGs and MRGs in lakes and sea waters (a and b: ARGs in lakes and seas; c and d: MRGs in lakes and seas).
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0–3.31 and 0–3.91 (Fig. 4a and b), but there were no significant dif-
ferences between them. No significant differences were found in the
Shannon indexes of ARGs for epilimnion, hypolimnion and meta-
limnion. The Shannon index of ARGs in coastal sea waters was higher
than for Antarctic seas and deep ocean waters. The median values of the
Shannon indexes of MRGs in lakes were 3.57, which were higher than
those in seas (3.25) (p < 0.05, Kruskal-Wallis one-way ANOVA;
Fig. 4). No significant differences were found in the Shannon indexes of
MRGs for epilimnion, hypolimnion and metalimnion (p > 0.05,
Kruskal-Wallis one-way ANOVA; Fig. 4c). The Shannon index of MRGs
in coastal sea waters was higher than those of Antarctic seas and deep
oceans (p > 0.05, Kruskal-Wallis one-way ANOVA; Fig. 4d).

PCoA of ARGs in lakes showed most water samples in Canada were
placed in the right region of the ordination, while most water samples
in USA were placed in the left region (Fig. 5a). Most epilimnion samples
(red) were placed in the upper region of the ordination, while hypo-
limnion samples (green) were placed in the down region of the ordi-
nation (Fig. 5a). PERMANOVA analysis confirmed that the effect of
stratification and geographical region on the composition were statis-
tically significant (p < 0.05). This indicated that ARG composition in
lakes exhibited characteristics of vertical and biogeographical dis-
tribution. Cluster analysis also showed the hypolimnion and epilimnion
samples were grouped separately. Samples from the same geographical
region were usually clustered together (Fig. S4). Fig. 5b shows that for
the spatial distribution of MRGs in lakes, water samples from the dif-
ferent regions were clustered separately. Cluster analysis also con-
firmed this result (Fig. S5). Hypolimnion and epilimnion samples in

Finland lakes were also grouped separately. PERMANOVA analysis in-
dicated that the geographical region had significant difference on the
composition of MRGs in lakes (p < 0.05). Fig. 6a describes the spatial
pattern of ARGs in seawater, indicating that most water samples from
deep oceans were clustered in the upper left corner and the coastal
water samples were scattered in the ordination. The cluster analysis
confirmed that most deep ocean water samples were clustered in Group
III. Costal water samples were scattered in Group I, II and IV (Fig. S6). It
can be seen that most deep ocean samples were grouped together in
terms of MRGs. No clear pattern was found for coastal water samples or
Antarctic seas (Fig. 6b). The cluster analysis confirmed that coastal and
Antarctic water samples were scattered in all the classified groups,
while most deep ocean samples were clustered in Group I (Fig. S7).

3.3. Co-occurrence of ARGs and MRGs in lakes and seas

Figs. 7 and 8 show the co-occurrence patterns of ARGs and MRGs in
lakes and seas based on Spearman correlation analysis. We observed 14
co-occurrence patterns in lakes (Fig. 7). The main module (module I), in
which blaTEM-175 was the hub, consisted of 16 beta-lactam resistance
subtypes. One module consists of 4 mercury resistance subtypes. This
suggests that only subtypes of the mercury resistance class (4 subtypes)
and of the beta-lactam resistance class (16 subtypes) co-occurred (O
%=74.53%) more than would be expected by chance (R%=8.67%),
as shown by co-occurrence pattern analysis of resistance genes within
the same class (Fig. 7 and Table S7). Chance co-occurrences were found
between the multidrug (14 subtypes) and multi-metal resistance classes

Fig. 2. Relative abundances of different type ARGs and MRGs in lakes and sea waters (a and b: ARGs in lakes and seas; c and d: MRGs in lakes and seas).
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(13 subtypes) (O%=1.89%, R%=5.80%).
Two main modules could be found in the co-occurrence patterns of

resistance subtypes in seas (Fig. 8). The first module consisted mainly of
MRG subtypes, and the second module consisted mainly of ARG sub-
types. Higher co-occurrences than would be expected by chance were
observed within the multidrug resistance classes (O%=27.87%, R
%=11.11) and multi-metal resistance classes (O%=6.89%, R
%=3.55%) (Table S8). Non-random co-occurrence patterns of re-
sistance gene subtypes were observed between the multidrug resistance
subtypes and: chloramphenicol resistance subtypes (O%=3.97, R
%=0.97%), polymyxin resistance subtypes (O%=3.61%, R
%=0.48%), sulphonamide resistance subtypes (O%=2.62%, R
%=0.48%), unclassified ARG subtypes (O%=3.61%, R%=0.97%),
bacitracin resistance subtypes (O%=2.30%, R%=0.97%), MLS re-
sistance subtypes (O%=2.30%, R%=0.48%), and tetracycline re-
sistance subtypes (O%=1.64%, R%=0.97%). Similar co-occurrence
patterns were also observed between multi-metal resistance genes and:
arsenic resistance subtypes (O%=2.30%, R%=0.55%), silver re-
sistance subtypes (O%=2.30%, R%=0.27%), and chromium re-
sistance subtypes (O%=1.31%, R%=0.27%).

4. Discussion

Understanding the distribution and risk of ARGs should not be
geographically restricted but rather take on a global perspective
(Larsson et al., 2018), so we selected 92 (lakes) and 30 (oceans) me-
tagenomic data from the SRA collection in order to determine the
abundance, diversity and geographical distribution of ARGs and MRGs
in the lakes and seas at a global level. Relative abundances of ARGs in
lakes and seas were in the ranges ND–1.34× 100 and ND–1.40× 10−1

copies per 16S rRNA. The abundances of resistance genes in lakes and
seas almost falls into the range of ARG abundance previously reported

in ten typical environments (sewage, swine wastewater samples,
treated wastewater, river water, drinking water, soils, sediments, was-
tewater biofilm, sludge samples, and fecal samples), which was ob-
tained by metagenomic analysis and is 3.2× 10−3–3.1× 100 copies
per 16S rRNA gene (B. Li et al., 2015). The lakes are easily influenced
by human activities, which may be one of the main drivers shaping the
ARGs in lakes (Yang et al., 2018). Their surroundings could be human
residential areas (e.g., Lake Mendota, an urban lake in Madison, Wis-
consin, USA), or they may be in scenic areas (e.g., Lake Zug, a scenic
lake in Switzerland). For example, 17,883 and 18,251 of cattle and pigs
were around the Lake Zug, and 9.0% of the surround area was the
urban area (Czekalski et al., 2015). The GDP per million people were
significantly correlated with the geometric mean of ARGs and MRGs in
lakes for each country via Pearson analysis at p < 0.05 level and
p < 0.1 level, respectively (Fig. S8). GDP and population were also
studied as human activities, which has also been found to outweigh the
climatic contribution on the algal blooms in lake (Duan et al., 2009).
These results indicated that human activities played an important role
in shaping ARG distribution in lakes worldwide. Anthropogenic factors
(including antibiotic concentration and socio-economic parameters)
rather than environmental factors and bacterial community were the
main driver on ARG structures in Chinese estuary (Zhu et al., 2017).
Metagenomic analysis of fecal samples, human gut samples, pig gut
samples, seawater samples and soil samples also confirmed that an-
thropogenic selection might be one of the main drivers shaping the ARG
distribution (Zeng et al., 2019). Deep ocean sediment was considered as
pristine sites, which had lower abundance and diversity of ARGs com-
pared to estuary sediment (Chen et al., 2013). The coastal area has been
experiencing the pressure of urbanization and threaten by the tourism
and leisure activities. For the coastal data collected from Florida (USA)
and Weihai (China), which are both affected by the urban area and
tourism activities. The deep ocean and Antarctic waters were seldom

Fig. 3. Venn diagrams of ARGs and MRGs in lakes and sea waters (a and b: ARGs in lakes and seas; c and d: MRGs in lakes and seas).
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affected by human activities. Antarctic is still regarded as one of the
most pristine regions in earth, geographically isolated from other con-
tinents (Bhardwaj et al., 2018). ARG and MRG abundances in samples
from coastal waters were greater than in deep ocean and Antarctic

water samples. The Shannon indexes for ARGs and MRGs in the coastal
water samples were also greater than in the deep ocean and Antarctic
samples. These results suggest that human activities may exert more
influence on ARGs and MRGs in coastal seas compared with deep ocean

Fig. 4. Boxplots of Shannon indexes of ARGs and MRGs in lakes and seas (a and b: ARGs in lakes and seas; c and d: MRGs in lakes and seas).

Fig. 5. Principal coordinates analysis (PCoA) of (a) ARGs and (b) MRGs in lakes (color indicates different water types: black, other water type; red, epilimnion; green,
hypolimnion; blue, metalimnion). (For interpretation of the references to color in this figure legend, the reader is referred to the web version of this article.)
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Fig. 6. Principal coordinates analysis (PCoA) of (a) ARGs and (b) MRGs in coastal waters, deep ocean and Antarctic seas.

Fig. 7. Co-occurrence patterns among ARG and MRG subtypes in lakes shown by network analysis. The colors in the figure indicate different modules. A connection
represents a strong correlation based on Spearman analysis (r > 0.7 and p < 0.01). (For interpretation of the references to color in this figure legend, the reader is
referred to the web version of this article.)
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and Antarctic water samples. There were high relative abundances of
bacitracin resistance genes and multidrug resistance genes in lake water
and seawater (Fig. 2). Similar results have been found using Roche 454
datasets, in that bacitracin resistance and multidrug resistance were the
two main ARGs classes observed in human feces, soils and oceans
(Nesme et al., 2014). Among bacitracin resistance genes, bacA was the
main subtype detected in the lake water and seawater (Tables S3 and
S4) with very high relative abundance. bacA has been recently renamed
as UppP, an abbreviation of undecaprenyl pyrophosphate phospha-
tase21, which may be bacterial intrinsic because its homologues can be
found in 153 genera (Antibiotic Resistance Genes Database) (Hu et al.,
2013). Among the multidrug resistance genes, multidrug efflux pumps
are ubiquitous in bacteria, which not only can effectively reduce the
concentration of antibiotics, but also participate in other processes such
as detoxification of metabolic intermediates, virulence and signal traf-
ficking (Bao et al., 2016). Multidrug resistance genes and efflux pump
mechanism were also observed as the most diverse and dominant of
ARGs in a reservoir of China (Guo et al., 2018). Multi-metal resistance
subtypes, copper resistance subtypes, and mercury resistance subtypes
had high relative abundances in aquatic environments in our study.
Multi-metal resistance subtypes, copper resistance subtypes, and

mercury resistance subtypes were also the most abundant MRGs in both
influent and effluent samples from wastewater treatment plants (Gupta
et al., 2018). Besides, copper resistance genes were also one of the
dominant MRG types in the plasmid metagenomes from wastewater
treatment plants (A.D. Li et al., 2015). Mercury and copper have been
widely used as antimicrobials in medicine and agriculture, which may
be responsible for the wide occurrence and high abundance of mercury
and copper resistance genes in the environment (Hobman and
Crossman, 2015).

Stratification and associated vertical oxygen concentrations have
been found to be the main drivers of microbial community composition
in lakes and reservoirs (Peura et al., 2012; Saarenheimo et al., 2016;
H.H. Zhang et al., 2015). Bacterial composition is a principal driver of
ARG composition in the environment (Yang et al., 2019b; Yang et al.,
2018; Zheng et al., 2017; Zhou et al., 2017). We found that more ARG
and MRG subtypes were observed the epilimnion than in the meta-
limnion or hypolimnion, although no difference was found in the
Shannon index or abundance of ARGs and MRGs between epilimnion
and metalimnion or hypolimnion (p > 0.05, Kruskal-Wallis one-way
ANOVA). However, PCoA and cluster analysis both showed that most
epilimnion and hypolimnion samples within the same country were

Fig. 8. Co-occurrence patterns among ARG and MRG subtypes in seawater water shown by network analysis. The colors in the figure indicate different modules. A
connection represents a strong correlation based on Spearman analysis (r > 0.7 and p < 0.01). (For interpretation of the references to color in this figure legend,
the reader is referred to the web version of this article.)
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usually clustered separately, based on the composition of ARGs and
MRGs (Figs. S4 and S5), which were confirmed by the PERMANOVA
analysis (p < 0.05). These results suggest that stratification and geo-
graphical region both influenced the composition of ARGs and MRGs.
That is also to say, ARGs and MRGs in lakes both exhibited biogeo-
graphical patterns across countries, even on different continents (Figs. 5
and S4–S5). Geographical distributions of ARGs have also been in-
vestigated on larger scales, such as continental-wide studies of estuaries
(Zhu et al., 2017) and 42 water bodies (natural lakes and reservoirs)
across China (Liu et al., 2018). Antibiotic resistance varies geo-
graphically, which could be caused by different socioeconomic devel-
opment, prescription behavior etc. (Qiao et al., 2018).

The co-occurrence of ARGs and MRGs is due to the co-selective
pressure of metals, antibiotics and biocides in the environment (Luo
et al., 2017; Pal et al., 2015; Pal et al., 2016). Non-random patterns of
ARGs and MRGs were observed in both lakes and seas (Tables S7 and
S8). Metals are an important influence on the distribution of ARGs in
lakes (Stepanauskas et al., 2006; Yang et al., 2017b). Marine metal and
petroleum hydrocarbon pollution were usually found to be at low levels
(Peng, 2015; L. Zhang et al., 2015). An understanding of the long-term
co-selective effect of low pollutant levels on ARGs and MRGs will help
to understand the behavior of ARGs and MRGs in the marine environ-
ment.

5. Conclusions

Although more ARG subtypes were found in lakes than seas, no
significant differences were found in the diversity Shannon index of
ARGs between lakes and seas. The relative abundances of ARGs and
MRGs were greater in lakes than in seas. Coastal sea waters had higher
relative abundance and diversity of both ARGs and MRGs than the deep
ocean and Antarctic seas. Stratification and geographical region had
significant influence on the composition of ARGs in lakes.

Acknowledgment

This work was supported by the National Natural Science
Foundation of China [grant number 41673127], the Youth Innovation
Promotion Association of the Chinese Academy of Sciences [grant
numbers 2015282 and 2017388], the Wenzhou Science and
Technology Major Project [ZS2017001], and Basic Public Welfare
Research Projects in Zhejiang Province [LGF18E090007].

Conflict of interest

The authors declare that they have no conflict of interest.

Appendix A. Supplementary data

Supplementary data to this article can be found online at https://
doi.org/10.1016/j.envint.2019.03.062.

References

Baker-Austin, C., Wright, M.S., Stepanauskas, R., McArthur, J., 2006. Co-selection of
antibiotic and metal resistance. Trends Microbiol. 14, 176–182.

Bao, P., Xiao, K.Q., Zhou, X., Zhu, Y.G., Ma, L., Zhang, T., Li, B., 2016. Metagenomic
profiles of antibiotic resistance genes in paddy soils from South China. FEMS
Microbiol. Ecol. 92. https://doi.org/10.1093/femsec/fiw023.

Bastian, M., Heymann, S., Jacomy, M., 2009. Gephi: an open source software for ex-
ploring and manipulating networks. ICWSM 8, 361–362.

Bengtsson-Palme, J., Boulund, F., Fick, J., Kristiansson, E., Larsson, D.G.J., 2014. Shotgun
metagenomics reveals a wide array of antibiotic resistance genes and mobile ele-
ments in a polluted lake in India. Front. Microbiol. 5, e648. https://doi.org/10.3389/
fmicb.2014.00648.

Bhardwaj, L., Chauhan, A., Ranjan, A., Jindal, T., 2018. Persistent organic pollutants in
biotic and abiotic components of Antarctic pristine environment. Earth Syst. Environ.
2, 35–54.

Buchfink, B., Xie, C., Huson, D.H., 2014. Fast and sensitive protein alignment using

DIAMOND. Nat. Methods 12, 59–60.
Chauhan, N.S., Nain, S., Sharma, R., 2017. Identification of arsenic resistance genes from

marine sediment metagenome. Indian J. Microbiol. 57, 299–306.
Chen, H., Boutros, P.C., 2011. VennDiagram: a package for the generation of highly-

customizable Venn and Euler diagrams in R. BMC bioinformatics 12 (35), 5. https://
doi.org/10.1186/1471-2105-12-35.

Chen, B., Yang, Y., Liang, X., Yu, K., Zhang, T., Li, X., 2013. Metagenomic profiles of
antibiotic resistance genes (ARGs) between human impacted estuary and deep ocean
sediments. Environ. Sci. Technol. 47, 12753–12760.

Czekalski, N., Diez, E.G., Buergmann, H., 2014. Wastewater as a point source of anti-
biotic-resistance genes in the sediment of a freshwater lake. ISME J 8, 1381–1390.

Czekalski, N., Sigdel, R., Birtel, J., Matthews, B., Bürgmann, H., 2015. Does human ac-
tivity impact the natural antibiotic resistance background? Abundance of antibiotic
resistance genes in 21 Swiss lakes. Environ. Int. 81, 45–55.

Di Cesare, A., Eckert, E.M., Corno, G., 2016. Co-selection of antibiotic and heavy metal
resistance in freshwater bacteria. J. Limnol. 75, 59–66.

Duan, H., Ma, R., Xu, X., Kong, F., Zhang, S., Kong, W., Hao, J., Shang, L., 2009. Two-
decade reconstruction of algal blooms in China's Lake Taihu. Environ. Sci. Technol.
43, 3522–3528.

Edwardson, C.F., Hollibaugh, J.T., 2017. Metatranscriptomic analysis of prokaryotic
communities active in sulfur and arsenic cycling in Mono Lake, California, USA. ISME
J 11, 2195–2208.

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

Guo, Y.Y., Liu, M., Liu, L.M., Liu, X., Chen, H.H., Yang, J., 2018. The antibiotic resistome
of free-living and particle-attached bacteria under a reservoir cyanobacterial bloom.
Environ. Int. 117, 107–115.

Gupta, S.K., Shin, H., Han, D., Hur, H.G., Unno, T., 2018. Metagenomic analysis reveals
the prevalence and persistence of antibiotic- and heavy metal-resistance genes in
wastewater treatment plant. J. Microbiol. 56, 408–415.

Hao, S., Yang, P., Han, M., Xu, J., Yu, S., Chen, C., Chen, W.-H., Zhang, H., Ning, K., 2018.
Data-mining of antibiotic resistance genes provides insight into the community
structure of ocean microbiome. bioRxiv. https://doi.org/10.1101/246033.

Harrell, F.E., Dupont, C., 2012. Hmisc: Harrell Miscellaneous. R Package Version 3.9-3.
Available at. http://CRAN.

Hatosy, S.M., Martiny, A.C., 2015. The ocean as a global reservoir of antibiotic resistance
genes. Appl. Environ. Microbiol. 81, 7593–7599.

Hobman, J.L., Crossman, L.C., 2015. Bacterial antimicrobial metal ion resistance. J. Med.
Microbiol. 64, 471–497.

Hu, Y., Yang, X., Qin, J., Lu, N., Cheng, G., Wu, N., Pan, Y., Li, J., Zhu, L., Wang, X., Meng,
Z., Zhao, F., Liu, D., Ma, J., Qin, N., Xiang, C., Xiao, Y., Li, L., Yang, H., Wang, J.,
Yang, R., Gao, G.F., Wang, J., Zhu, B., 2013. Metagenome-wide analysis of antibiotic
resistance genes in a large cohort of human gut microbiota. Nat. Commun. 4, 2151.
https://doi.org/10.1038/ncomms3151.

Huang, J., Zhang, Y., Arhonditsis, G.B., Gao, J., Chen, Q., Wu, N., Dong, F., Shi, W., 2019.
How successful are the restoration efforts of China's lakes and reservoirs? Environ.
Int. 123, 96–103.

Imran, M., Das, K.R., Naik, M.M., 2019. Co-selection of multi-antibiotic resistance in
bacterial pathogens in metal and microplastic contaminated environments: an
emerging health threat. Chemosphere 215, 846–857.

Jackson, C.R., Dugas, S.L., 2003. Phylogenetic analysis of bacterial and archaeal arsC
gene sequences suggests an ancient, common origin for arsenate reductase. BMC
Evol. Biol. 3 (18). https://doi.org/10.1186/1471-2148-3-18.

Ju, F., Zhang, T., 2015. Bacterial assembly and temporal dynamics in activated sludge of a
full-scale municipal wastewater treatment plant. ISME J 9, 683–695.

Ju, F., Li, B., Ma, L., Wang, Y., Huang, D., Zhang, T., 2016. Antibiotic resistance genes and
human bacterial pathogens: co-occurrence, removal, and enrichment in municipal
sewage sludge digesters. Water Res. 91, 1–10.

Kolpin, D.W., Furlong, E.T., Meyer, M.T., Thurman, E.M., Zaugg, S.D., Barber, L.B.,
Buxton, H.T., 2002. Pharmaceuticals, hormones, and other organic wastewater
contaminants in US streams, 1999− 2000: A national reconnaissance. Environ. Sci.
Technol. 36, 1202–1211.

Kristiansson, E., Fick, J., Janzon, A., Grabic, R., Rutgersson, C., Weijdegård, B.,
Söderström, H., Larsson, D.G.J., 2011. Pyrosequencing of antibiotic-contaminated
river sediments reveals high levels of resistance and gene transfer elements. PLoS One
6, e17038.

Larsson, D.G.J., Andremont, A., Bengtsson-Palme, J., Brandt, K.K., de Roda Husman,
A.M., Fagerstedt, P., Fick, J., Flach, C.F., Gaze, W.H., Kuroda, M., Kvint, K.,
Laxminarayan, R., Manaia, C.M., Nielsen, K.M., Plant, L., Ploy, M.-C., Segovia, C.,
Simonet, P., Smalla, K., Snape, J., Topp, E., van Hengel, A.J., Verner-Jeffreys, D.W.,
Virta, M.P.J., Wellington, E.M., Wernersson, A.S., 2018. Critical knowledge gaps and
research needs related to the environmental dimensions of antibiotic resistance.
Environ. Int. 117, 132–138.

Li, A.D., Li, L.G., Zhang, T., 2015a. Exploring antibiotic resistance genes and metal re-
sistance genes in plasmid metagenomes from wastewater treatment plants. Front.
Microbiol. 6, 1025. https://doi.org/10.3389/fmicb.2015.01025.

Li, B., Yang, Y., Ma, L., Ju, F., Guo, F., Tiedje, J.M., Zhang, T., 2015b. Metagenomic and
network analysis reveal wide distribution and co-occurrence of environmental anti-
biotic resistance genes. ISME J 9, 2490–2502.

Li, L.G., Xia, Y., Zhang, T., 2017. Co-occurrence of antibiotic and metal resistance genes
revealed in complete genome collection. ISME J 11, 65–662.

Li, L.G., Yin, X., Zhang, T., 2018. Tracking antibiotic resistance gene pollution from
different sources using machine-learning classification. Microbiome 6, 93. https://
doi.org/10.1186/s40168-018-0480-x.

Liu, L., Su, J.Q., Guo, Y., Wilkinson, D.M., Liu, Z., Zhu, Y.G., Yang, J., 2018. Large-scale
biogeographical patterns of bacterial antibiotic resistome in the waterbodies of

Y. Yang, et al. Environment International 127 (2019) 371–380

379

https://doi.org/10.1016/j.envint.2019.03.062
https://doi.org/10.1016/j.envint.2019.03.062
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0005
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0005
https://doi.org/10.1093/femsec/fiw023
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0015
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0015
https://doi.org/10.3389/fmicb.2014.00648
https://doi.org/10.3389/fmicb.2014.00648
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0025
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0025
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0025
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0030
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0030
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0035
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0035
https://doi.org/10.1186/1471-2105-12-35
https://doi.org/10.1186/1471-2105-12-35
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0045
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0045
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0045
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0050
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0050
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0055
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0055
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0055
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0060
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0060
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0065
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0065
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0065
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0070
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0070
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0070
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0075
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0075
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0080
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0080
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0080
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0085
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0085
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0085
https://doi.org/10.1101/246033
http://CRAN
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0100
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0100
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0105
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0105
https://doi.org/10.1038/ncomms3151
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0115
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0115
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0115
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0120
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0120
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0120
https://doi.org/10.1186/1471-2148-3-18
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0130
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0130
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0135
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0135
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0135
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf9500
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf9500
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf9500
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf9500
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0140
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0140
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0140
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0140
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0145
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0145
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0145
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0145
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0145
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0145
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0145
https://doi.org/10.3389/fmicb.2015.01025
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0155
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0155
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0155
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0160
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0160
https://doi.org/10.1186/s40168-018-0480-x
https://doi.org/10.1186/s40168-018-0480-x
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0170
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0170


China. Environ. Int. 117, 292–299.
Luo, G., Li, B., Li, L.G., Zhang, T., Angelidaki, I., 2017. Antibiotic resistance genes and

correlations with microbial community and metal resistance genes in full-scale biogas
reactors as revealed by metagenomic analysis. Environ. Sci. Technol. 51, 4069–4080.

Marti, E., Variatza, E., Balcazar, J.L., 2014. The role of aquatic ecosystems as reservoirs of
antibiotic resistance. Trends Microbiol. 22, 36–41.

Nesme, J., Cécillon, S., Delmont, Tom O., Monier, J.M., Vogel, Timothy M., Simonet, P.,
2014. Large-scale metagenomic-based study of antibiotic resistance in the environ-
ment. Curr. Biol. 24, 1096–1100.

Oksanen, J., Blanchet, F.G., Kindt, R., Legendre, P., Minchin, P.R., O'hara, R., Simpson,
G.L., Solymos, P., Stevens, M.H.H., Wagner, H., 2013. Package ‘vegan’. Community
Ecology Package. (version 2(9).

Pal, C., Bengtsson-Palme, J., Kristiansson, E., Larsson, D.G.J., 2015. Co-occurrence of
resistance genes to antibiotics, biocides and metals reveals novel insights into their
co-selection potential. BMC Genomics 16, 964. https://doi.org/10.1186/s12864-015-
2153-5.

Pal, C., Bengtsson-Palme, J., Kristiansson, E., Larsson, D.G.J., 2016. The structure and
diversity of human, animal and environmental resistomes. Microbiome 4 (1), 54.
https://doi.org/10.1186/s40168-016-0199-5.

Peng, S., 2015. The nutrient, total petroleum hydrocarbon and heavy metal contents in
the seawater of Bohai Bay, China: temporal–spatial variations, sources, pollution
statuses, and ecological risks. Mar. Pollut. Bull. 95, 445–451.

Peura, S., Eiler, A., Bertilsson, S., Nykänen, H., Tiirola, M., Jones, R.I., 2012. Distinct and
diverse anaerobic bacterial communities in boreal lakes dominated by candidate
division OD1. ISME J 6, 1640–1652.

Qiao, M., Ying, G.-G., Singer, A.C., Zhu, Y.G., 2018. Review of antibiotic resistance in
China and its environment. Environ. Int. 110, 160–172.

Roosa, S., Wattiez, R., Prygiel, E., Lesven, L., Billon, G., Gillan, D.C., 2014. Bacterial metal
resistance genes and metal bioavailability in contaminated sediments. Environ.
Pollut. 189, 143–151.

Saarenheimo, J., Aalto, S.L., Syväranta, J., Devlin, S.P., Tiirola, M., Jones, R.I., 2016.
Bacterial community response to changes in a tri-trophic cascade during a whole-lake
fish manipulation. Ecology 97 (3), 684–693.

Seiler, C., Berendonk, T., 2012. Heavy metal driven co-selection of antibiotic resistance in
soil and water bodies impacted by agriculture and aquaculture. Front. Microbiol. 3,
399. https://doi.org/10.3389/fmicb.2012.00399.

Stepanauskas, R., Glenn, T.C., Jagoe, C.H., Tuckfield, R.C., Lindell, A.H., King, C.J.,
McArthur, J.V., 2006. Coselection for microbial resistance to metals and antibiotics in
freshwater microcosms. Environ. Microbiol. 8, 1510–1514.

Wright, G.D., Poinar, H., 2012. Antibiotic resistance is ancient: implications for drug
discovery. Trends Microbiol. 20, 157–159.

Yang, Y., Liu, W., Xu, C., Wei, B., Wang, J., 2017a. Antibiotic resistance genes in lakes
from middle and lower reaches of the Yangtze River, China: effect of land use and
sediment characteristics. Chemosphere 178, 19–25.

Yang, Y., Xu, C., Cao, X., Lin, H., Wang, J., 2017b. Antibiotic resistance genes in surface
water of eutrophic urban lakes are related to heavy metals, antibiotics, lake mor-
phology and anthropic impact. Ecotoxicology 26, 831–840.

Yang, Y., Song, W., Lin, H., Wang, W., Du, L., Xing, W., 2018. Antibiotics and antibiotic
resistance genes in global lakes: a review and meta-analysis. Environ. Int. 116, 60–73.

Yang, Y., Liu, G., Song, W., Ye, C., Lin, H., Li, Z., Liu, W., 2019a. Plastics in the marine
environment are reservoirs for antibiotic and metal resistance genes. Environ. Int.
123, 79–86.

Yang, Y., Liu, G., Ye, C., Liu, W., 2019b. Bacterial community and climate change im-
plication affected the diversity and abundance of antibiotic resistance genes in wet-
lands on the Qinghai-Tibetan Plateau. J. Hazard. Mater. 361, 283–293.

Yin, X., Jiang, X.T., Chai, B., Li, L., Yang, Y., Cole, J.R., Tiedje, J.M., Zhang, T., 2018.
ARGs-OAP v2.0 with an expanded SARG database and Hidden Markov Models for
enhancement characterization and quantification of antibiotic resistance genes in
environmental metagenomes. Bioinformatics 34, 2263–2270.

Zeng, J., Pan, Y., Yang, J., Hou, M., Zeng, Z., Xiong, W., 2019. Metagenomic insights into
the distribution of antibiotic resistome between the gut-associated environments and
the pristine environments. Environ. Int. 126, 346–354.

Zhang, H.H., Chen, S.N., Huang, T.L., Ma, W.X., Xu, J.L., Sun, X., 2015a. Vertical dis-
tribution of bacterial community diversity and water quality during the reservoir
thermal stratification. Int. J. Environ. Res. Public Health 12 (6), 6933–6945.

Zhang, L., Shi, Z., Zhang, J., Jiang, Z., Wang, F., Huang, X., 2015b. Spatial and seasonal
characteristics of dissolved heavy metals in the east and west Guangdong coastal
waters, South China. Mar. Pollut. Bull. 95, 419–426.

Zhang, Y., Niu, Z., Zhang, Y., Zhang, K., 2018. Occurrence of intracellular and extra-
cellular antibiotic resistance genes in coastal areas of Bohai Bay (China) and the
factors affecting them. Environ. Pollut. 236, 126–136.

Zheng, J., Gao, R., Wei, Y., Chen, T., Fan, J., Zhou, Z., Makimilua, T.B., Jiao, Y., Chen, H.,
2017. High-throughput profiling and analysis of antibiotic resistance genes in East
Tiaoxi River, China. Environ. Pollut. 230, 648–654.

Zhou, Z.C., Zheng, J., Wei, Y.Y., Chen, T., Dahlgren, R.A., Shang, X., Chen, H., 2017.
Antibiotic resistance genes in an urban river as impacted by bacterial community and
physicochemical parameters. Environ. Sci. Pollut. Res. 24, 23753–23762.

Zhu, Y.G., Zhao, Y., Li, B., Huang, C.L., Zhang, S.-Y., Yu, S., Chen, Y.S., Zhang, T., Gillings,
M.R., Su, J.-Q., 2017. Continental-scale pollution of estuaries with antibiotic re-
sistance genes. Nat. Microbiol. 2, e16270. https://doi.org/10.1038/nmicrobiol.
12016.16270.

Y. Yang, et al. Environment International 127 (2019) 371–380

380

http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0170
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0175
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0175
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0175
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0180
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0180
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0185
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0185
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0185
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0190
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0190
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0190
https://doi.org/10.1186/s12864-015-2153-5
https://doi.org/10.1186/s12864-015-2153-5
https://doi.org/10.1186/s40168-016-0199-5
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0205
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0205
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0205
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0210
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0210
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0210
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0215
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0215
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0220
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0220
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0220
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0225
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0225
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0225
https://doi.org/10.3389/fmicb.2012.00399
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0235
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0235
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0235
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0240
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0240
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0245
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0245
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0245
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0250
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0250
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0250
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0255
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0255
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0260
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0260
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0260
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0265
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0265
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0265
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0270
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0270
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0270
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0270
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0275
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0275
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0275
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0280
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0280
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0280
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0285
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0285
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0285
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0290
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0290
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0290
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0295
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0295
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0295
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0300
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0300
http://refhub.elsevier.com/S0160-4120(18)33216-1/rf0300
https://doi.org/10.1038/nmicrobiol.12016.16270
https://doi.org/10.1038/nmicrobiol.12016.16270

	Metagenomic insights into the abundance and composition of resistance genes in aquatic environments: Influence of stratification and geography
	Introduction
	Methods and materials
	Data collection and pre-processing
	Analysis of ARGs and MRGs
	Statistical analysis

	Results
	ARG and MRG abundances in water from lakes and seas
	Diversity of ARGs and MRGs in lakes and seas
	Co-occurrence of ARGs and MRGs in lakes and seas

	Discussion
	Conclusions
	Acknowledgment
	Conflict of interest
	Supplementary data
	References




