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ABSTRACT: Antibiotic resistance is a pervasive global health threat. To
combat the spread of resistance, it is necessary to consider all possible
sources and understand the pathways and mechanisms by which resistance
disseminates. Best management practices are urgently needed to provide
barriers to the spread of resistance and maximize the lifespan of antibiotics
as a precious resource. Herein we advise upon the need for coordinated
national and international strategies, highlighting three essential compo-
nents: (1) Monitoring, (2) Risk Assessment, and (3) Mitigation of
antibiotic resistance. Central to all three components is What exactly to
monitor, assess, and mitigate? We address this question within an
environmental framework, drawing from fundamental microbial ecological
processes driving the spread of resistance.

Natalie Schébitz, Eawag

detected only a few years before in China.’ These trends
collectively stoke the fear that our globalized society could
essentially enter a postantibiotic era similar to that before

A' ntibiotic resistance is one of the greatest public health
challenges facing humanity in the 21st Century. Current
assessments suggest that antibiotic resistant bacteria (ARB) are

responsible for at least 23 000 deaths per year in the U.S,
~25000 deaths per year in Europe, and hundreds of thousands
of deaths in lesser-developed countries and regions."” The
European Commission estimates that the costs associated with
antibiotic resistant infections exceed €1.5 billion per year,’
while in the US. one estimate suggests the costs are a
staggering $55 billion per year.* Unfortunately, these startling
numbers are only getting worse with the continued emergence
and dissemination of multidrug resistant (MDR) “superbugs”
that simultaneously exhibit resistance to multiple antibiotic
classes. (Note: We define MDR and many other technical
terms in the Glossary.) For example, a MDR strain of
Escherichia coli resistant to colistin (polymyxin E), an antibiotic
of last resort, was recently found in the U.S.” after being initially
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antibiotics were available and deaths due to bacterial infections
were commonplace.”

The antibiotic resistance problem has not gone unnoticed
and the level of national and international cooperation building
toward addressing this challenge is encouraging. Internationally,
the World Health Organization (WHO) has developed a
Global Action Plan on Antimicrobial Resistance® and many
other regional and national plans are being developed and
implemented.”” Core to these strategies is the prudent
stewardship of the use of antibiotics'® along with improved
education of medical professionals, the agricultural sector,
veterinarians, and the public regarding the importance of
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avoiding misuse and overuse of antibiotics. Antibiotics are the
quintessential double-edged sword: on one hand they are an
essential life-saving weapon, on the other hand, misuse and
overuse stimulate bacterial evolution and the spread of
resistance.'' Slowly and inexorably, the more we use antibiotics,
the greater the chance they will lose their effectiveness over
time.

The ideal strategy to combat antibiotic resistance is to reduce
the rate at which antibiotic resistant bacteria evolve and
spread.'” This is a challenging task, but a necessary one that is
beginning to gain traction in various national and international
action plans. Many of these plans specifically advocate for a
“One Health” perspective that simultaneously addresses the
impacts of antibiotic resistance on humans, animals, and the
environment. This construct is useful because it incorporates a
systems perspective that considers not only the epidemiology of
resistance, but also the underlying socioeconomic, political,
biological, and ecological factors that influence its spread.'’
Herein we explicitly focus on the environmental dissemination
of antibiotic resistance. As is true of many other environmental
grand challenges (e.g., climate change, equitable water supply)
antibiotic resistance is a highly complex problem for which
resilient solutions require buy-in from a range of different
actors. Environmental scientists and engineers must learn from
past successes and failures in dealing with multifaceted
problems and bring that knowledge to bear on antibiotic
resistance. For instance, we have learned a lot about how to
mitigate pollution arising from distributed sources and some
limited successes have been achieved through improved manure
and fertilizer control, wetland management, and nutrient
retention and recovery in regions such as the Mississippi river
basin'* and the Chesapeake Bay.'” These and similar
knowledge provide a foundation upon which appropriate
control and mitigation strategies can be developed. In contrast
to other pollutants, however, antibiotic resistance is autor-
eplicative.lé This means that antibiotic resistance genes (ARGs)
that enable normally sensitive bacteria to survive in the
presence of an antibiotic are readily shared between bacterial
cells and that both the resistant bacteria and the ARGs that they
carry can rapidly multiply. This characteristic makes control of
resistance dissemination a daunting challenge.

Globally agreed upon management practices to limit the
spread of antibiotic resistance via environmental pathways
present an important opportunity. Ideally, such measures have
the potential to impart other benefits, such as improved water
purification, soil conditioning, and nutrient management.l7
Herein we expand upon three essential components needed to
advance strategies for combatting the spread of antibiotic
resistance: (1) Monitoring, (2) Risk Assessment, and (3)
Mitigation. Central to all three components is What exactly to
monitor, assess, and mitigate? To answer this question, we must
explicitly consider the root sources and causes of antibiotic
resistance and, in particular, the role of environmental
processes.

B ORIGIN AND EVOLUTION OF ANTIBIOTIC
RESISTANCE

Antibiotic resistance has likely been around nearly as long as
bacteria themselves, or approximately three billion years."®
While we as humans think of antibiotics as life-saving drugs, in
reality the vast majority of these drugs are derived from natural
compounds produced by microbes often for their own “selfish”
purpose of fending off other bacteria and promoting

themselves, or for uses entirely unrelated to bacterial
inhibition.'® Highly specialized resistance genes have evolved
in response to the presence of these antibiotics. Accordingly, it
is not surprising that pristine Arctic soil cores, frozen long
before humans began mass producing and using antibiotics, are
host to a wide variety of ARGs.'”*° The widespread
distribution of ARGs contributes an underlying baseline ARG
level, or resistome, to all natural and human-impacted
habitats.”"** However, following the advent of the antibiotic
age in the 1940s it has become clear that anthropogenic inputs
of antibiotics distinctly alter affected environments. For
instance, in the South Platte River Basin in Colorado it was
found that sull ARGs (see Glossary for definitions of this and
other ARGs) displayed a near perfect correlation with wastes
from upstream wastewater treatment plants and livestock
operations.” Similar anthropogenic impacts have been noted
for several tet ARGs in the Almendares River in Cuba,”* class 1
integrons in the River Thames in the UK*® and the sull gene in
Swiss lakes.”® Further, examination of archived Dutch soils
spanning the pre- to postantibiotic era noted up to a 15-fold
increase in the levels of 18 ARGs encoding for resistance to
extended spectrum beta-lactamases, tetracylines, and erythro-
mycins.”” A recent comprehensive survey of ARGs across a
range of environments demonstrated that ARG levels are
elevated in areas with intensive antibiotic use relative to natural
background levels.”® Thus, while antibiotic resistance itself is a
natural phenomenon, human activities often correlate with
elevated levels of ARGs across a variety of environments.

B MONITORING ANTIBIOTIC RESISTANCE AS AN
ENVIRONMENTAL CONTAMINANT

Given that the spread of antibiotic resistance is undesirable and
that there are demonstrated human impacts on the resistome,
there is growing interest in and attention to monitoring
resistance as an environmental “contaminant”.”””° Ecological
niches that are nutrient rich and characterized by high bacterial
concentrations are ideal settings for resistance to develop and
spread.”’ Logical environmental monitoring points with such
characteristics include wastewaters from homes, hospitals, and
antibiotic manufacturing facilities as well as livestock and
biosolids (Figure 1). However, the key question remains - What
to monitor?

Antibiotic resistance monitoring efforts have been developed
in the food and agricultural sectors and have the potential to be
adapted for environmental monitoring. For example, the U.S.
Food and Drug Administration, the U.S. Centers for Disease
Control and Prevention, and the U.S. Department of
Agriculture have been working together to monitor antibiotic
resistance by tracking changes in the antibiotic susceptibility of
a group of enteric (intestinal) bacteria in U.S. meat products,
people, and farm animals through the National Antimicrobial
Resistance Monitoring System for Enteric Bacteria (NARMS)
program.32 In Europe, the Danish Integrated Antimicrobial
Resistance Monitoring and Research Program (DANMAP) has
closely mapped resistance rates across Denmark through
profiling of antibiotic consumption as well as quantification of
resistant bacteria from animals, food, and humans.*®> A similar
program exists in Switzerland, where the ANRESIS database
tracks both antibiotic consumption and resistance in sentinel
bacteria in human and veterinary contexts.”* Such programs
generally rely on bacterial culturing with a focus on intestinal
pathogens (human disease causing bacteria) and bacterial
indicators of interest. There are many advantages to culture-
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Figure 1. Key environmental matrices and flows that should be
monitored to quantify environmental antibiotic resistance dissem-
ination. Small arrows reflect waste flows from environmental reservoirs
to a wastewater treatment plant. Large arrows reflect direct impacts of
different reservoirs on the human-impacted resistome.

based monitoring such as the confirmation that living bacteria
are present, the ability to measure living pathogens, and in
combination with molecular microbiology, the ability to link
specific ARGs to their bacterial hosts.”> One of the strategic
objectives of the WHO Global Action Plan for Antimicrobial
Resmtance is to strengthen knowledge through surveillance and
research.® An expert WHO workshop was convened with a key
recommendation that E. coli is a good indicator of resistance. E.
coli is widely studied, it is representative of many pathogens,
and methods for its isolation are accessible for use in lesser-
developed countries.”® However, one challenge in adapting
culture-based methods for environmental monitoring is that
nonpathogenic, environmental bacteria may represent impor-
tant reservoirs of resistance, but the vast majority of these are
not easily cultured and thus may avoid detection.”” These
environmental bacteria have the potential to share their ARGs
with pathogens or the normal commensal bacteria that coexist
within and on humans.

Circumventing culturing issues, substantial strides have been
made in the development of molecular tools that are well-suited
for tracking antibiotic resistance.’® Individual ARGs are now
routinely tracked in environmental systems using quantitative
polymerase chain reaction (qPCR). This is an attractive
approach because the quantitative information collected
enables one to examine potential correlations between ARG
concentrations and chemicals (e.g., metals, antibiotics) or other
agents that may select for resistant bacteria and then evaluate
mitigation strategies. However, qPCR is limited in that it is
generally only able to examine a few ARGs at a time.”> Given
that there are thousands of known ARGs,* this then begs the

question Which ARGs or mobile genetic elements to target?
Many early studies focused on detection of sulfonamide and
tetracycline ARGs,"" while more recent efforts have concen-
trated on ARG classes of emerging health and clinical concern
such as carbapenemases (e.g, blaypy. . blaKPC2 ) and
fluoroquinolone targeting ARGs (e.g, anS ) Often the
usefulness of an ARG as a trackable indicator (e.g, the

abundant sull or tefW genes) may be at odds with their
potential risk, as many genes of clinical concern are not (yet)
abundant in environmental samples and thus present a current
challenge for monitoring purposes. qPCR arrays, versions of
which have been applied to simultaneously track up to 285
ARGs in environmental samples (e.g., ammal manure, ™
wastewater irrigated soils,” and coastal waters* ), are one
means of circumventing this issue. Currently the StARE
(Stopping Antibiotic Resistance Evolution) monitoring pro-
gram is utilizing qPCR array to characterize the resistomes of
wastewater treatment plants across Europe.”” However, gPCR
arrays have a higher detection limit, are more difficult to
validate, and are more costly than traditional gPCR.

While qPCR has provided a glimpse of what is possible
through molecular monitoring of antibiotic resistance, the
emergence of high-throughput DNA sequencing technologies
suggests a path to the future. Shotgun metagenomic sequencing
offers the capacity to profile the full complement of DNA in a
sample without the a priori selection of target ARGs.” In
particular, pyrosequencing and Illumina HiSeq technology have
been applied to identify and monitor thousands of ARGs in
wastewater'”*° and heavily polluted river sediments.”’
However, metagenomics provides an estimate of relative
abundance, not absolute abundance, and detection limits are
typically orders of magnitude higher than qPCR. These issues,
when coupled with more time-consuming and more costly
analyses (which are continually declining), provide significant
barriers to the application of the metagenomic approach for
monitoring purposes. As the technologies evolve and these
issues are resolved, it will be critical to agree upon standard
means of interpreting and reporting metagenomic data. This
task begins with defining the specific parameters (e.g.,
alignment lengths, comparable amino acid identities) used to
identify an ARG as an ARG." The Comprehensive Antibiotic
Resistance Database (CARD)’” is widely considered the most
up-to-date resistance gene database, but it is not specifically
curated with the purpose of environmental monitoring and thus
a number of research groups have developed in-house methods
to eliminate database redundancies. The recently developed
ARGs-OAP pipeline is one such tool that provides an online
platform for detecting ARGs in metagenomic data sets.”” This
pipeline incorporates a nonredundant database that couples
CARD with the older Antibiotic Resistance Database
(ARDB)™ to better facilitate ARG identification. These in-
house approaches must be standardized to make cross-lab
comparisons possible.

Even after ARGs have been identified, there is still the issue
of how to best analyze and interpret the data. For example,
consideration is needed regarding which assessment is most
relevant: Total ARG abundance? Relative abundance of total
ARG:s (i.e.,, normalized to bacterial 16S rRNA gene, a proxy for
bacterial cell number, or cell number)? Diversity of ARGs? Or
specific ARGs of interest? For example, ARGs encoding
resistance to last resort antibiotics (e.g, vancomycin, extended
spectrum beta lactams, carbapenems, or colistin) are arguably
of greater concern than ARGs encoding resistance to
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Figure 2. Mechanisms of horizontal gene transfer (HGT). (A) Transformation, (B) Transduction, and (C) Conjugation. Transformation is possible
when cells are injured and release DNA. This extracellular DNA can be taken up by a competent recipient cell. In some cases, extracellular DNA
associates with and is protected by clay or environmental macromolecules prior to uptake. Transduction involves a bacteriophage intermediary that
mistakenly acquires bacterial DNA following cell lysis. If this DNA encodes for antibacterial resistance and is injected into a recipient cell it can
combine with recipient cell DNA. Conjugation requires bacterium-bacterium conjugation. During conjugation, a plasmid (shown) or another mobile

genetic element that encodes for resistance is transferred between cells.

tetracycline, which has largely lost clinical application.”* On the
other hand, a strong case can be made that mobile genetic
elements (MGEs) associated with horizontal gene transfer
(HGT), including plasmids, integrons, and prophages, are really
the greatest concern.”’ The underlying logic of this argument is
that it is the transfer of ARGs to new hosts and the
corresponding emergence of new resistant strains that is
more problematic than the documentation of existing resistant
strains. A recent critical review made the case that the class 1
integron intI1 is a particularly suitable target for this purpose as
it correlates well with anthropogenic inputs and other
“pollution” markers.”> This hypothesis was recently supported
by studies documenting a strong correlation between intll
levels and ARGs in coastal estuaries™ as well as in 64
environmental samples acquired across eight different ecosys-
tems.*

It is essential to be aware of and take into account potential
limitations when developing and applying any ARG monitoring
scheme. For example, standard DNA extraction techniques may
capture both intracellular and extracellular DNA and these will
not be differentiated downstream. Recent work suggests that
extracellular DNA is fairly abundant in certain environments,
such as sludges and sediments.””** Unfortunately, methods to

13064

intracellular and extracellular DNA are not
standardized and are difficult to validate even though
extracellular DNA remains relevant to risk because it can be
taken up by bacteria via transformation (Figure 2).>” To verify
the functionality of extracellular DNA, transformation assays
can be performed on the sample of interest, as was done by Luo
and colleagues to verify that blaypy., escaping wastewater
disinfection in China outlasted the discharged bacteria
harboring it and was still capable of being taken up by and
expressed within recipient hosts.*"*” Wigginton and colleagues
demonstrated that while transformation assays provide the gold
standard to assess the functionality of environmental DNA,
gPCR data can serve as a conservative proxy for ARG
transferability.®!

A significant body of literature documents the occurrence of
ARB and ARGs in a multitude of environments. Concerted
efforts are now required to critically evaluate the reliability and
comparability of this data to identify the ARBs and ARGs that
are most relevant to monitoring. The same is true with respect
to chemicals (e.g,, metals, antibiotics) or other agents that may
select for resistant bacteria.’”®® In Europe, the COST
(Cooperation in Science and Technology) Action DARE
(Detecting Evolutionary Hotspots of Antibiotic Resistance in

differentiate
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Europe) group consensus recommends comprehensive mon-
itoring of several potential selectors, including antibiotics and
metals, as well as ARGs that represent a cross-section of classes
(e.g, sul, bla, qnr, van, erm, aac, mec, aph, and tet), the intI1 class
1 integron, as well as E. coli and several widely disseminated
opportunistic pathogenic bacteria.**

B ASSESSING RISKS ASSOCIATED WITH ANTIBIOTIC
RESISTANCE AS AN ENVIRONMENTAL
CONTAMINANT

Ultimately, the ability to accurately and meaningfully assess
risks associated with environmental sources and routes of
resistance dissemination will be essential to effectively inform
policy and target appropriate mitigation strategies. Ideally,
measurements of the quantities and types of ARB and ARGs
occurring in various media (water, air, soil, food) and
measurement of rates of transfer between media can be
translated into the likelihood of individuals being exposed and

eventually contracting a resistant infection (Figure 3). Much
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Figure 3. To quantify antibiotic resistance dissemination it is necessary
to determine the rates of processes (identified by arrows) dictating
antibiotic resistance gene (ARG) and mobile genetic element (MGE)
movement and proliferation within the bacterial communities
associated with people, agriculture, and the natural and built
environments.

progress has been made with this approach with individual
pathogenic bacteria, viruses, and protozoa, for example through
the framework of quantitative microbial risk assessment
(QMRA).*”® However, adapting such a framework to account
for the augmented risk associated with the autoreplicative
nature of antibiotic resistance presents numerous challenges.
At the heart of the challenge of assessing the risk of
environmental sources and pathways of antibiotic resistance is
HGT. As noted above, HGT occurs when bacteria share genes
with each other. For many ARGs these genes encode for
prevention of antibiotic access (e.g, efflux pumps or the
impermeabilization of the bacterial membrane), antibiotic
target modification, or antibiotic degradation enzymes.”® As
shown in Figure 2, HGT occurs via three primary mechanisms:
transformation (uptake of naked environmental DNA), trans-
duction (bacteriophage mediated transfer), and conjugation

(bacterial “mating” and sharing of plasmids). Because of these
transfer possibilities, ARGs readily transcend their hosts and
risk assessment must account for HGT by explicitly focusing on
genes and their fates (Figure 3).>” This basic concept was
recently proposed by the “ResCon” risk ranking system in
which individual ARGs are assigned a risk value between 1 and
7 depending on a number of considerations.”" Specifically,
ARGs that are more recently evolved, that encode resistance to
new antibiotics, or that are associated with MGEs score higher
on the risk scale. It has been argued that ARGs that are well-
known and have been around for decades are less of a concern
than ones that have recently emerged and that potentlally pose
the next big threat, but are not yet widespread.®”

A major challenge associated with focusing on emerging
ARGs is that they are, inherently, difficult to detect in the
environment. Perhaps for such ARGs, quantitative risk
modeling is not essential; rather their presence alone raises
concern and the impetus for action. However, there is a need
for quantitative models to predict which human activities and
interventions are most likely to exacerbate or diminish risk, and
for such purposes the targeting of more widespread ARGs,
MGEs, and hosts may be more logical. For example, consistent
with the framework proposed by the DARE COST action, a
subset of “indicator” ARGs representative of a range of
resistance to antibiotic classes, such as tetracychnes, sulfona-
mides, macrolides, and beta-lactams, can be used.®*

Until quantitative ARG risk models are developed, a relative
risk approach is one reasonable path forward. Given that ARGs
occur at some level even in unperturbed natural environments,
due to the previously discussed role of natural antibiotics, it is
1mportant to compare systems of interest to their relevant

“backgrounds,” as is becoming standard research practice.’ For
example, the pristine origin of the Poudre River in Colorado,”
zones of Swiss lakes distal to known point sources,”® and
antibiotic-free livestock®* are all points of “background”
comparison that have been successfully applied to identify
anthropogenic ARG sources.

The question still arises regarding What to compare to a
given background? With qPCR, both absolute and relative
levels of target ARGs can be directly compared. This approach
has become standard practice and has revealed remarkable
correlation, as noted previously, for both the sull ARG? and
the intll Class 1 integron.” Similarly, with metagenomic
approaches the relative abundances of ARG types and classes
with higher “risk” rankings can be determined and compared.
Comparisons of ARG and MGE diversities are also of interest,
with the logic that greater variety in ARGs and MGEs result in
increased opportunities for transfer to pathogens. The assembly
of metagenomic data sets can now provide information
regarding whether individual ARGs are located on MGEs as
well as which bacteria host a given ARG or MGE.” As
metagenomic sequencing becomes increasingly available while
also providing more robust genetic information, these types of
studies will provide profound insights into which environmental
compartments and pathways present the greatest risk and
should be targeted for mitigation.

B MITIGATING ANTIBIOTIC RESISTANCE AS AN
ENVIRONMENTAL CONTAMINANT

Given that ARGs and MGEs can transcend their hosts,
mitigation strategies may best be focused at the gene level to
minimize the risk of downstream uptake and propagation.” As
noted previously, the key environmental focal points include
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sewage, wastewater, livestock manure, compost, lagoons, and
antibiotic manufacturing facility effluents. Efforts to mitigate
resistance dissemination should focus on minimizing ARG and
ARB proliferation within these systems, while simultaneously
ensuring that ARG and ARB fluxes are well understood.

Restricting antibiotic use for only essential purposes is one of
the most widespread methods to mitigate resistance dissem-
ination. The logic behind this approach is that decreased
antibiotic loads will decrease selection pressures and thus
reduce maintenance of ARGs carried by the host such that
resistant strains attenuate over time.”” In theory, such efforts
will lead to reduced antibiotic residuals in livestock waste and
within wastewater treatment plants, and should reduce the
likelihood for gene transfer and selection within these
compartments. One major challenge, however, is that countries
across the world differ with respect to their antibiotic
prescription and use practices, both for humans and for
agriculture. Given the rapidity at which resistance spreads
globally it is thus likely that the least-restrictive antibiotic use
practices will play an outsize role in resistance development and
dissemination. Finally, it is important to consider that there are
a wide variety of potential selection agents. The importance of
these other agents is well-known, but as of yet poorly
understood, particularly under conditions where multiple
selection agents are simultaneously present.

There is growing recognition of the logic of limiting ARG
dissemination. “Prudent” mitigation practices could be
formulated that, based on the literature, attenuate target
ARGs and MGEs via approaches that are economical and in
harmony with other environmental benefits."” In the context of
wastewater treatment, it should be recognized that the
disinfection practices used to control traditional pathogens or
that are used for micropollutant removal, such as chlorination
or ozonation, have the potential to select for antibiotic
resistance’”’” and are limited in their ability to destroy all of
the genetic material in wastewater under most current
operation conditions.””®"”*”* Thus, traditional pathogen
mitigation methods will need to be adapted to address
antibiotic resistance.

B THE PATH FORWARD

There is now global recognition of the problem of antibiotic
resistance and a growing body of research documenting how
environmental sources and pathways contribute to its spread. A
large amount of data has accumulated on the occurrence of
ARGs in environmental niches that definitively demonstrate the
influence of anthropogenic inputs. However, efforts are
required to translate the results of these studies into strategic
monitoring and mitigation efforts. Such a goal would be most
effectively achieved if there are agreed upon targets and
measures of antibiotic resistance in the environment,
particularly those that distinguish human inputs from the
background and that are most relevant to human and
ecosystem health. Coordinated efforts on several fronts are
needed to help identify which ARBs and ARGs to monitor and
by which metrics they should be assessed.

First, meta-analysis of existing data could help identify key
markers of resistance characteristic of specific environments
(e.g., different types of livestock operations, domestic waste-
water treatment plants, or hospitals). Such an effort would help
identify the ARBs, ARGs, and MGE:s that are most indicative of
human influence. To take this a step further, efforts to backtrace
particularly problematic ARGs observed in the clinic to their

environmental sources would help identify critical control
points that could be targeted. Open data access, ideally through
public databases, is essential to achieving this goal, as is the
quality and standardization of the data reported. For example,
discussion of relevant background concentrations, meta-data,
and appropriate statistical analysis must be included in
monitoring studies.” Clearly, the quality of the scientific
work will dictate progress in the development of coordinated
strategies to combat antibiotic resistance.

Second, methods for characterizing ARGs in the environ-
ment are rapidly improving. Metagenomics has already
provided an unprecedented depth of information within just
a few years and is enabling comprehensive profiling of total
ARGs. Newer technologies (e.g., PacBio, MinION) that enable
collection of much longer DNA sequences have the capacity to
more precisely identify ARGs and their adjacent genes. In this
manner, they should provide useful information about the
MGEs and bacterial hosts that harbor a given ARG.

Third, risk assessment models tailored to environmental
sources and routes of antibiotic resistance dissemination are
needed. However, developing and parametrizing the models
will take a significant amount of time and effort. This is
especially true when the question of What exactly to monitor
remains unanswered. There thus needs to be coordination and
feedback between the identification of monitoring targets and
the development of risk models. As progress is made, risk
models can help inform policy in terms of Where to target
monitoring and mitigation and Which criteria and levels should
be met.

Fourth, given the urgency of the problem of the spread of
antibiotic resistance, the science of resistance mitigation must
continue to move forward and be applied where practical.
There is now a significant body of research documenting the
fate of ARBs and ARGs through wastewater treatment plants,
agricultural, and other systems that can be drawn upon to glean
insight into which treatments and technologies are most likely
effective. Mitigation practices are beginning to be adopted,
particularly in situations where stakeholders want to be
proactive to address greater perceived risk or strong public
concern. Such proactive practices may make sense, particularly
if any added costs can be kept to a minimum and there are
additional benefits. Systematic and hypothesis-driven research
is required to confirm treatment effectiveness and to inform
practical best management practices. In particular, research
providing insight into the mechanisms by which ARGs are
selected and horizontally transferred is needed.

Finally, it must be recognized that antibiotic resistance does
not respect regional or international borders. Global monitor-
ing efforts will provide insight into how local policy, practice,
and socioeconomic factors influence antibiotic resistance.
International collaboration and data sharing is thus essential
for defining baselines and mitigation end points to prevent and
contain resistance in order to maintain antibiotics as a precious
resource for future generations.
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B GLOSSARY

ARB. antibiotic resistant bacteria. Bacteria that are resistant
to one or more antibiotics

ARG. antibiotic resistance gene. Genes that encode for
resistance to an antibiotic

blagpc, and blaypy.,. antibiotic resistance genes that
encode for production of carbapenemase enzymes. Carba-
penemases are f-lactamases that hydrolyze most beta-lactam
antibiotics, including carbapenems

DNA. deoxyribonucleic acid. A molecule that stores
biological information. Each molecule contains a code
based on the sequence of four bases (adenine, guanine,
cytosine, thymine)

Gene. a region of DNA, the sequence of which informs
specific functions in the cell, such as production of specific
proteins

HGT. horizontal gene transfer. The sharing of genes
between bacterial cells

intIl. class 1 integron. Integrons are genetic elements that
facilitate the integration, expression, and exchange of DNA.
Specific amino acid sequences differentiate integrons into
different classes

MDR. multidrug resistant. Bacteria that are simultaneously
resistant to multiple different antibiotics

MGE. mobile genetic element. A DNA segment that
encodes enzymes or other proteins that facilitate movement
of genetic material between cells. Includes transposons,
plasmids, integrons

QMRA. quantitative microbial risk assessment. Considers
microbial behavior to identify where microbes can become a
danger and then estimates the risks and uncertainties that
they pose to human health

qnrS. antibiotic resistance gene that encodes for resistance to
fluoroquinolone

Resistome. the sum total of all of antibiotic resistance genes
in a particular environmental niche

sull. A specific antibiotic resistance gene that encodes for
resistance to sulfonamide antibiotics

tet. generic class of antibiotic resistance genes that encode for
resistance to tetracycline. Specific tet genes include tefW,
tetM, tetA, etc..

B REFERENCES

(1) Bougnom, B. P; Piddock, L. J. V. Wastewater for Urban
Agriculture: A Significant Factor in Dissemination of Antibiotic
Resistance. Environ. Sci. Technol. 2017, 51 (11), 5863—5864.

(2) The Wellcome Trust, Tackling Drug-Resistant Infections Globally:
Final Report and Recommendations; O'Neill, J., Ed.; 2016.

(3) European Commission on Antimicrobial Resistance. http://ec.
europa.eu/dgs/health_food-safety/amr/index_en.htm (accessed June
7,2017).

(4) Gandra, S.; Barter, D. M.; Laxminarayan, R. Economic Burden of
Antibiotic Resistance: How Much Do We Really Know? Clin.
Microbiol. Infect. 2014, 20 (10), 973—80.

(S) McGann, P.; Snesrud, E.; Maybank, R.; Corey, B.; Ong, A. C;
Clifford, R;; Hinkle, M.; Whitman, T.; Lesho, E.; Schaecher, K. E.
Escherichia Coli Harboring MCR-1 and Blactx-M on a Novel Incf
Plasmid: First Report of MCR-1 in the United States. Antimicrob.
Agents Chemother. 2016, 60 (7), 4420—1.

(6) Liu, Y.-Y.; Wang, Y.; Walsh, T. R;; Yi, L.-X;; Zhang, R.; Spencer,
J.; Doi, Y,; Tian, G.; Dong, B.; Huang, X; Yu, L.-F.; Gu, D.; Ren, H;;
Chen, X,; Lv, L; He, D,; Zhou, H,; Liang, Z.; Liu, J.-H.,; Shen, J.
Emergence of Plasmid-Mediated Colistin Resistance Mechanism
MCR-1 in Animals and Human Beings in China: A Microbiological
and Molecular Biological Study. Lancet Infect. Dis. 2016, 16 (2), 161—
168.

(7) Blaser, M. J. Missing Microbes: How the Overuse of Antibiotics Is
Fueling Our Modern Plagues; Henry Holt and Company: New York
City, 2014.

(8) World Health Organization, Global Action Plan on Antimicrobial
Resistance, 978 92 4 150976 3; World Health Organization: Geneva,
Switzerland, 2015.

(9) The White House, National Action Plan for Combating Antibiotic-
Resistant Bacteria. In Washington D.C., 2015; p 62.

(10) Goff, D. A; Kullar, R.; Bauer, K. A;; File, T. M., Eight Habits of
Highly Effective Antimicrobial Stewardship Programs to Meet the
Joint Commission Standards for Hospitals. Clin. Infect. Dis.
2017.64113410.1093/cid/cix065

(11) Baym, M.; Stone, L. K; Kishony, R. Multidrug Evolutionary
Strategies to Reverse Antibiotic Resistance. Science 2016, 351 (6268),
40-U46.

(12) Hiltunen, T.; Virta, M.; Laine, A. L., Antibiotic Resistance in the
Wild: An Eco-Evolutionary Perspective. Philos. Trans. R. Soc, B 2017,
372, (1712).2016003910.1098/rstb.2016.0039

(13) Queenan, K; Hasler, B.; Rushton, J. A One Health Approach to
Antimicrobial Resistance Surveillance: Is There a Business Case for It?
Int. J. Antimicrob. Agents 2016, 48, 422—427.

(14) The National Academies. Improving Water Quality in the
Mississippi River Basin and Northern Gulf of Mexico: Strategies and
Priorities 2012, 24.

(15) Moyer, D. L., Nitrogen, Phosphorous, and Suspended-Sediment
Loads and Trends Measured in Nine Chesapeake Bay Tributaries:
Water Years 1985—2015.

(16) Martinez, J. L. The Role of Natural Environments in the
Evolution of Resistance Traits in Pathogenic Bacteria. Proc. R. Soc.
London, Ser. B 2009, 276 (1667), 2521—2530.

(17) Pruden, A; Larsson, D. G. J.; Amezquita, A.; Collignon, P.;
Brandt, K. K;; Graham, D. W,; Lazorchak, J. M.; Suzuki, S.; Silley, P.;
Snape, J. R;; Topp, E.; Zhang, T.; Zhu, Y.-G. Management Options for
Reducing the Release of Antibiotics and Antibiotic Resistance Genes
to the Environment. Environ. Health Perspect. 2013, 121 (8), 878—88S.

(18) Lebreton, F.; Manson, A. L.; Saavedra, J. T.; Straub, T. J.; Earl,
A. M,; Gilmore, M. S. Tracing the Enterococci from Paleozoic Origins
to the Hospital. Cell 2017, 169 (5), 849—861 el3.

(19) D’Costa, V. M; King, C. E.; Kalan, L.; Morar, M.; Sung, W. W.;
Schwarz, C.; Froese, D.; Zazula, G.; Calmels, F.; Debruyne, R;
Golding, G. B.; Poinar, H. N.; Wright, G. D. Antibiotic Resistance Is
Ancient. Nature 2011, 477 (7365), 457—61.

(20) Perron, G. G.; Whyte, L.; Turnbaugh, P. J.; Goordial, J.; Hanage,
W. P.; Dantas, G.; Desai, M. M. Functional Characterization of
Bacteria Isolated from Ancient Arctic Soil Exposes Diverse Resistance
Mechanisms to Modern Antibiotics. PLoS One 2015, 10 (3),
e0069533.

DOI: 10.1021/acs.est.7b03623
Environ. Sci. Technol. 2017, 51, 13061—-13069


http://orcid.org/0000-0001-6665-5112
http://orcid.org/0000-0003-1148-4322
http://orcid.org/0000-0003-3861-8482
http://ec.europa.eu/dgs/health_food-safety/amr/index_en.htm
http://ec.europa.eu/dgs/health_food-safety/amr/index_en.htm
http://dx.doi.org/10.1021/acs.est.7b03623

Environmental Science & Technology

(21) Martinez, J. L.; Coque, T. M.; Baquero, F. What Is a Resistance
Gene? Ranking Risk in Resistomes. Nat. Rev. Microbiol. 2015, 13 (2),
116—123.

(22) Forsberg, K. J.; Reyes, A.; Wang, B.; Selleck, E. M.; Sommer, M.
0. A,; Dantas, G. The Shared Antibiotic Resistome of Soil Bacteria and
Human Pathogens. Science 2012, 337 (6098), 1107—1111.

(23) Pruden, A.; Arabi, M.; Storteboom, H. N. Correlation between
Upstream Human Activities and Riverine Antibiotic Resistance Genes.
Environ. Sci. Technol. 2012, 46 (21), 11541—11549.

(24) Knapp, C. W,; Lima, L,; Olivares-Rieumont, S.; Bowen, E;
Werner, D.; Graham, D. W, Seasonal Variations in Antibiotic
Resistance Gene Transport in the Almendares River, Havana, Cuba.
Front. Microbiol. 2012, 3.10.3389/fmicb.2012.00396

(25) Amos, G. C. A; Gozzard, E.; Carter, C. E.; Mead, A.; Bowes, M.
J; Hawkey, P. M, Zhang, L. H,; Singer, A. C; Gaze, W. H;
Wellington, E. M. H. Validated Predictive Modelling of the
Environmental Resistome. ISME J. 2015, 9 (6), 1467—1476.

(26) Czekalski, N.; Sigdel, R.; Birtel, J.; Matthews, B.; Burgmann, H.
Does Human Activity Impact the Natural Antibiotic Resistance
Background? Abundance of Antibiotic Resistance Genes in 21 Swiss
Lakes. Environ. Int. 2018, 81, 45—55.

(27) Knapp, C. W.; Dolfing, J; Ehlert, P. A. I; Graham, D. W.
Evidence of Increasing Antibiotic Resistance Gene Abundances in
Archived Soils since 1940. Environ. Sci. Technol. 2010, 44 (2), 580—
587.

(28) Li, B.; Yang, Y.; Ma, L; Ju, F,; Guo, F.; Tiedje, J. M.; Zhang, T.
Metagenomic and Network Analysis Reveal Wide Distribution and
Co-Occurrence of Environmental Antibiotic Resistance Genes. ISME .
2015, 9 (11), 2490—2502.

(29) Pruden, A.; Pei, R.; Storteboom, H.; Carlson, K. H. Antibiotic
Resistance Genes as Emerging Contaminants: Studies in Northern
Colorado. Environ. Sci. Technol. 2006, 40 (23), 7445—7450.

(30) Rysz, M,; Alvarez, P. J. Amplification and Attenuation of
Tetracycline Resistance in Soil Bacteria: Aquifer Column Experiments.
Water Res. 2004, 38 (17), 3705—12.

(31) Baquero, F.; Martinez, J. L; Canton, R. Antibiotics and
Antibiotic Resistance in Water Environments. Curr. Opin. Biotechnol.
2008, 19 (3), 260-S.

(32) National Antimicrobial Resistance Monitoring System for
Enteric Bacteria (NARMS). https://www.cdc.gov/narms/index.html
(accessed June 9, 2017).

(33) Danmap - the Danish Integrated Antimicrobial Resistance
Monitoring and Research Programme. http://www.danmap.org/
(accessed June 9, 2017).

(34) University of Bern, Swiss Centre for Antibiotic Reistance.
http://www.anresis.ch/ (accessed July 6, 2017).

(35) McLain, J. E; Cytryn, E.; Durso, L. M.; Young, S. Culture-Based
Methods for Detection of Antibiotic Resistance in Agroecosystems:
Advantages, Challenges, and Gaps in Knowledge. J. Environ. Qual.
2016, 45, 432—440.

(36) Wujits, S.; van den Berg, H. H. J. L,; Miller, J.; Abebe, L.;
Sobsey, M.; Andremont, A.; Medicott, K. O.; van Passel, M. W. J.; de
Roda Husman, A. M. Towards a Research Agenda for Water,
Sanitation, and Antimicrobial Resistance. J. Water Health 2017, 16.2,
175—184.

(37) Ashbolt, N. J; Amezquita, A; Backhaus, T.; Borriello, P.;
Brandt, K. K; Collignon, P; Coors, A; Finley, R; Gaze, W. H,;
Heberer, T.; Lawrence, J. R; Larsson, D. G. J.; McEwen, S. A; Ryan, J.
J.; Schonfeld, J.; Silley, P.; Snape, J. R;; Van den Eede, C.; Topp, E.
Human Health Risk Assessment (Hhra) for Environmental Develop-
ment and Transfer of Antibiotic Resistance. Environ. Health Perspect.
2013, 121 (9), 993—1001.

(38) Luby, E.; Ibekwe, A. M; Zilles, J.; Pruden, A. Molecular
Methods for Assessment of Antibiotic Resistance in Agricultural
Ecosystems: Prospects and Challenges. J. Environ. Qual. 2016, 4S,
441-4S53.

(39) Jia, B.; Raphenya, A. R; Alcock, B.; Waglechner, N.; Guo, P,;
Tsang, K. K; Lago, B. A;; Dave, B. M,; Pereira, S.; Sharma, A. N,;
Doshi, S.; Courtot, M.; Lo, R.; Williams, L. E;; Frye, J. G.; Elsayegh, T.;

Sardar, D.; Westman, E. L.; Pawlowski, A. C; Johnson, T. A;
Brinkman, F. S.; Wright, G. D.; McArthur, A. G. Card 2017: Expansion
and Model-Centric Curation of the Comprehensive Antibiotic
Resistance Database. Nucleic Acids Res. 2017, 45 (D1), D566—DS73.

(40) Storteboom, H.; Arabi, M.; Davis, J. G.; Crimi, B.; Pruden, A.
Tracking Antibiotic Resistance Genes in the South Platte River Basin
Using Molecular Signatures of Urban, Agricultural, and Pristine
Sources. Environ. Sci. Technol. 2010, 44 (19), 7397—7404.

(41) Luo, Y.; Yang, F.; Mathieu, J.; Mao, D.; Wang, Q.; Alvarez, P. J.
J. Proliferation of Multidrug-Resistant New Delhi Metallo-B-
Lactamase Genes in Municipal Wastewater Treatment Plants in
Northern China. Environ. Sci. Technol. Lett. 2013, 1 (1), 26—30.

(42) Nordmann, P.; Naas, T. Poirel, L. Global Spread of
Carbapenemase-Producing Enterobacteriaceae. Emerging Infect. Dis.
2011, 17 (10), 1791—1798.

(43) Bengtsson-Palme, J.; Boulund, F.; Fick, J; Kristiansson, E.;
Larsson, D. G. J., Shotgun Metagenomics Reveals a Wide Array of
Antibiotic Resistance Genes and Mobile Elements in a Polluted Lake
in India. Front. Microbiol. 2014, 5.10.3389/fmicb.2014.00648

(44) Zhu, Y.-G.; Johnson, T. A; Su, J.-Q,; Qiao, M;; Guo, G.-X;
Stedtfeld, R. D.; Hashsham, S. A.; Tiedje, J. M. Diverse and Abundant
Antibiotic Resistance Genes in Chinese Swine Farms. Proc. Natl. Acad.
Sci. U. S. A. 2013, 110 (9), 3435—3440.

(45) Wang, F. H;; Qiao, M; Su, J. Q; Chen, Z; Zhou, X; Zhy, Y. G.
High Throughput Profiling of Antibiotic Resistance Genes in Urban
Park Soils with Reclaimed Water Irrigation. Environ. Sci. Technol. 2014,
48 (16), 9079—-9085.

(46) Zhu, Y.-G;; Zhao, Y.; Li, B;; Huang, C.-L.; Zhang, S.-Y.; Chen,
Y.-S.; Zhang, T.; Gillings, M. R;; Su, J.-Q. Continental-Scale Pollution
of Estuaries with Antibiotic Resistance Genes. Nature Microbioloy
2017, 2, 16270.

(47) Stopping Antibiotic Resistance Evolution. https://stareeurope.
wordpress.com/ (accessed July 6, 2017).

(48) Allen, H. K; Moe, L. A; Rodbumrer, J; Gaarder, A,
Handelsman, J. Functional Metagenomics Reveals Diverse Beta-
Lactamases in a Remote Alaskan Soil. ISME J. 2009, 3 (2), 243—251.

(49) Yang, Y; Li, B; Ju, F; Zhang, T. Exploring Variation of
Antibiotic Resistance Genes in Activated Sludge over a Four-Year
Period through a Metagenomic Approach. Environ. Sci. Technol. 2013,
47 (18), 10197—205.

(50) Yang, Y; Li, B; Zou, S,; Fang, H. H. P.; Zhang, T. Fate of
Antibiotic Resistance Genes in Sewage Treatment Plant Revealed by
Metagenomic Approach. Water Res. 2014, 62, 97—106.

(51) Kristiansson, E.; Fick, J.; Janzon, A.; Grabic, R.; Rutgersson, C.;
Weijdegard, B.; Soderstrom, H.; Larsson, D. G. J., Pyrosequencing of
Antibiotic-Contaminated River Sediments Reveals High Levels of
Resistance and Gene Transfer Elements. PLoS One 2011, 6,
(2).e1703810.1371/journal pone.0017038

(52) Yang, Y,; Jiang, X,; Chai, B.; Ma, L.; Li, B.; Zhang, A;; Cole, J. R;
Tiedje, J. M,; Zhang, T. Args-Oap: Online Analysis Pipeline for
Antibiotic Resistance Genes Detection from Metagenomic Data Using
an Integrated Structured ARG-Database. Bioinformatics 2016, 32 (15),
2346—2351.

(53) Liu, B;; M, P. ARDB-Antibiotic Resistance Genes Database.
Nucleic Acids Res. 2009, 37, D443—7.

(54) World Health Organization, Critically Important Antimicrobials
for Human Medicine, Sth Revision ed.; World Health Organization:
Geneva, Switzerland, p 41.

(55) Gillings, M. R;; Gaze, W. H.; Pruden, A.; Smalla, K; Tiedje, J.
M,; Zhu, Y. G. Using the Class 1 Integron-Integrase Gene as a Proxy
for Anthropogenic Pollution. ISME J. 2015, 9 (6), 1269—79.

(56) Ma, L; Li, A-D; Yin, X.-L; Zhang, T. The Prevalence of
Integrons as the Carrier of Antibiotic Resistance Genes in Natural and
Man-Made Environments. Environ. Sci. Technol. 2017, 51, 5721—5728.

(57) Mao, D. Q.; Luo, Y.; Mathieu, J.; Wang, Q.; Feng, L.; Mu, Q. H,;
Feng, C.Y,; Alvarez, P. J. J. Persistence of Extracellular DNA in River
Sediment Facilitates Antibiotic Resistance Gene Propagation. Environ.
Sci. Technol. 2014, 48 (1), 71-78.

DOI: 10.1021/acs.est.7b03623
Environ. Sci. Technol. 2017, 51, 13061—-13069


http://dx.doi.org/10.3389/fmicb.2012.00396
https://www.cdc.gov/narms/index.html
http://www.danmap.org/AboutDanmap.aspx
http://www.anresis.ch/
http://dx.doi.org/10.3389/fmicb.2014.00648
https://stareeurope.wordpress.com/
https://stareeurope.wordpress.com/
http://dx.doi.org/10.1021/acs.est.7b03623

Environmental Science & Technology

(58) Zhang, Y. P; Snow, D. D.; Parker, D; Zhou, Z; Li, X.
Intracellular and Extracellular Antimicrobial Resistance Genes in the
Sludge of Livestock Waste Management Structures. Environ. Sci.
Technol. 2013, 47 (18), 10206—10213.

(59) Dodd, M. C. Potential Impacts of Disinfection Processes on
Elimination and Deactivation of Antibiotic Resistance Genes During
Water and Wastewater Treatment. J. Environ. Monit. 2012, 14 (7),
1754—-1771.

(60) Mao, D.; Luo, Y.; Mathieu, J.; Wang, Q.; Feng, L.; Mu, Q.; Feng,
C.; Alvarez, P. J. J. Persistence of Extracellular DNA in River Sediment
Facilitates Antibiotic Resistance Gene Propagation. Environ. Sci.
Technol. 2014, 48 (1), 71-78.

(61) Chang, P. H; Juhrend, B; Olson, T. M; Marrs, C. F;
Wigginton, K. R. Degradation of Extracellular Antibiotic Resistance
Genes with UV,,, Treatment. Environ. Sci. Technol. 2017, 51 (11),
6185—-6192.

(62) Franklin, A. M; Aga, D. S.; Cytryn, E.; Durso, L. M.; McLain, J.
E.; Pruden, A.; Roberts, M. C.; Rothrock, M. J.; Snow, D. D.; Watson,
J. E.; Dungan, R. S. Antibiotics in Agroecosystems: Introduction to the
Special Section. J. Environ. Qual 2016, 45 (2), 377—93.

(63) Manaia, C. M,; Henriques, I; Rodriguez-Mozaz, S.; Luis
Martinez, J.; Fatta-Kassinos, D.; Berendonk, T. U, Schwartz, T.;
Elpers, C.; Walsh, F.; Virta, M.; Sorum, H. Stare - Stopping Antibiotic
Resistance Evolution. http://www.waterjpi.eu/images/Kick-Off/
presentations/StARE.pdf (accessed April 1, 2017).

(64) Berendonk, T. U,; Manaia, C. M.; Merlin, C.; Fatta-Kassinos,
D.; Cytryn, E,; Walsh, F.; Burgmann, H.; Sorum, H.; Norstrom, M,;
Pons, M.-N.; Kreuzinger, N.; Huovinen, P.; Stefani, S.; Schwartz, T.;
Kisand, V.; Baquero, F.; Martinez, J. L. Tackling Antibiotic Resistance:
The Environmental Framework. Nat. Rev. Microbiol. 2015, 13, 310—
317.

(65) Petterson, S. R; Ashbolt, N. J. Qmra and Water Safety
Management: Review of Application in Drinking Water Systems. J.
Water Health 2016, 14 (4), 571—589.

(66) Blair, J. M. A; Webber, M. A; Baylay, A. J.; Ogbolu, D. O,;
Piddock, L. J. V. Molecular Mechanisms of Antibiotic Resistance. Nat.
Rev. Microbiol. 2018, 13 (1), 42—51.

(67) Bengtsson-Palme, J.; Larsson, D. G. J. Antibiotic Resistance
Genes in the Environment: Prioritizing Risks. Nat. Rev. Microbiol.
2015, 13 (6), 396—396.

(68) Rothrock, M. J; Keen, P. L; Cook, K. L; Durso, L. M;
Franklin, A. M,; Dungan, R. S. How Should We Be Determining
Background and Baseline Antibiotic Resistance Levels in Agro-
ecosystem Research? J. Environ. Qual 2016, 45 (2), 420—31.

(69) Ma, L; Xia, Y.; Li, B,; Yang, Y,; Li, L.-G.; Tiedje, J. M.; Zhang,
T. Metagenomic Assembly Reveals Hosts of Antibiotic Resistance
Genes and the Shared Resistome in Pig, Chicken, and Human Feces.
Environ. Sci. Technol. 2016, 50 (1), 420—427.

(70) Bengtsson-Palme, J; Larsson, D. G. Concentrations of
Antibiotics Predicted to Select for Resistant Bacteria: Proposed Limits
for Environmental Regulation. Environ. Int. 2016, 86, 140—9.

(71) Li, D; Zeng, S; He, M; Gu, A. Z. Water Disinfection
Byproducts Induce Antibiotic Resistance-Role of Environmental
Pollutants in Resistance Phenomena. Environ. Sci. Technol. 2016, S0
(6), 3193—201.

(72) Xi, C; Zhang, Y.; Marrs, C. F,; Ye, W.; Simon, C.; Foxman, B,;
Nriagu, J. Prevalence of Antibiotic Resistance in Drinking Water
Treatment and Distribution Systems. Appl. Environ. Micro. 2009, 7S
(17), 5714—5718.

(73) McKinney, C. W.; Pruden, A. Ultraviolet Disinfection of
Antibiotic Resistant Bacteria and Their Antibiotic Resistance Genes in
Water and Wastewater. Environ. Sci. Technol. 2012, 46 (24), 13393—
13400.

(74) Pak, G; Salcedo, D. E.; Lee, H.; Oh, J.; Maeng, S. K; Song, K.
G.; Hong, S. W,; Kim, H. C,; Chandran, K; Kim, S. Comparison of
Antibiotic Resistance Removal Efficiencies Using Ozone Disinfection
under Different pH and Suspended Solids and Humic Substance
Concentrations. Environ. Sci. Technol. 2016, 50 (14), 7590—7600.

13069

(75) Williams-Nguyen, J.; Bueno, L; Sargeant, J. M; Nault, A. J;
Singer, R. S. What Is the Evidence That Point Sources of
Anthropogenic Effluent Increase Antibiotic Resistance in the Environ-
ment? Protocol for a Systematic Review. Anim. Health Res. Rev. 2016,
17 (1), 9-15.

DOI: 10.1021/acs.est.7b03623
Environ. Sci. Technol. 2017, 51, 13061—-13069


http://www.waterjpi.eu/images/Kick-Off/presentations/StARE.pdf
http://www.waterjpi.eu/images/Kick-Off/presentations/StARE.pdf
http://dx.doi.org/10.1021/acs.est.7b03623

