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ABSTRACT: Toxin emissions and legacies are major global issues affecting many
species through, among other effects, endocrine disruption and reproductive
impairment. Assessment of toxin risk to wildlife focuses mostly on offspring-related
metrics, while the lack of breeding initiation or early breeding failure has received less
attention. We tested whether exposure to methyl mercury (MeHg) results in early
breeding failure and reduced number of breeding birds using observational and
experimental data. We used 21 years of numbers of breeding pairs of colonially
breeding wild Great Egrets (Ardea alba) in response to annual and geographical
variation upon exposure to environmental MeHg. After controlling for food availability,
we found a strong negative association between MeHg exposure and the number of
breeding Great Egrets. We report reductions of >50% in breeding numbers under
exposure levels otherwise associated with <20% reduction in post-egg-laying breeding
success. Experimental exposure of White Ibises (Eudocimus albus) to MeHg also caused
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early breeding failure and a ~20% reduction in breeding numbers at environmentally
relevant exposures. The demographic consequences of reductions in breeding pairs are additive to known and typically studied
impairments in postlaying reproductive success. Net demographic effects of exposure to endocrine disruptors may often be strongly

underestimated if early breeding failure is not measured.

B INTRODUCTION

Environmental toxins are now widely distributed in the world
through human activity.' The effects of sublethal exposure to
persistent organic pollutants, pesticides, and heavy metals
include, among others, endocrine disruption and reproductive
impairment.”™" Experimental and field studies aimed at
detecting and quantifying the possible effects of exposure to
toxins in wildlife often analyze breeding impairment through
variation in breeding output using clutch or brood size,
offspring production, offspring survival, or other endpoints
related to breeding productivity.””~'* However, toxins,
particularly endocrine disruptors, can influence breeding
propensity or induce breeding failure in early stages of the
breeding cycle before traditional endpoints are detectable.
Therefore, net reproductive impairment associated with toxins,
particularly, with endocrine disruptors, may be underestimated.
Mercury (Hg) is a toxic metal whose concentrations increased
worldwide as a consequence of human activities and which
bioaccumulates and biomagnifies, particularly within aquatic
food webs.”'> Depressed reproductive success is the most
widely investigated and reported consequence of Hg
exposure,”” though studies have focused primarily on the
success of breeding once initiated, and little attention has been
devoted to effects on propensity to breed or early failure.'*~"*
In most animals, the success of embryos once formed and their
survival to later stages until the independence of offspring are
only partial components of reproduction, and it is possible that
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reproductive impairment associated with toxins may also
include the inability to initiate breeding or failure in early
stages prior to egg laying or embryo formation. Contaminants,
in general, and heavy metals, in particular, can disrupt the
endocrine system affecting the courtship behavior, breedin

propensity, and parental behavior of vertebrates.””®'>'°
Nonbreeding and failure in early breeding phases may be
difficult to detect because breeding is typically documented
from a specific telltale point (nest initiation, egg laying,
denning, parturition, etc.). However, without knowledge of
effects on breeding propensity, the effects of contaminants may
be systematically underestimated.

Experimental evidence suggests that birds exposed to dietary
concentrations of the methylated form of mercury (MeHg) in
the upper end of values likely from their prey (1.2 ppm wwt of
MeHg in diet) were less likely to initiate nests or lay eggs."*
White Ibis (Eudocimus albus) exposed to MeHg concentrations
in the middle of the range experienced in the wild (0.0, 0.1,
and 0.3 ppm wwt MeHg in diet) resulted in an increase in the
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Figure 1. (A) Temporal variation in numbers of breeding pairs of Great Egrets in the Greater Everglades area (blue line, Everglades National Park
and Water Conservation Areas). The black arrow indicates the separation point of the data used to develop the model (2006—2018) and those
used to validate it (1994—2005). The inset shows the location of the study site in the Florida peninsula (USA), and the white line indicates a scale
of 300 km. (B) Association between numbers of breeding pairs and surface water recession range. The thick blue line shows smoothed model-
predicted values (blue dots) with standard error shaded. Thin black lines are linear regression fits over predicted values for individual colonies
included in the study. (C) Association between numbers of breeding pairs and the averaged maximum water depth around the colony at the start of
the breeding season. Thick blue line shows smoothed model-predicted values (blue dots) with standard error shaded. Thin black lines are linear
regression fits over predicted values for individual colonies. (D) Association between numbers of breeding pairs of Great Egrets and average [Hg]
in feathers from nestlings raised in the colony. Thick blue line shows smoothed model-predicted values (blue dots) with standard error shaded for
numbers of Great Egrets breeding pairs. Thin black lines are linear regressions fitted over predicted values for individual colonies (blue points)
included in the study. Background images in (A,B) show tree islands in the Everglades at two different water levels (note that it is not the same
area); in (C) nestlings of Great Egrets, our study species, in the age range of those we sampled for feathers to estimate exposure to Hg in each
colony during the breeding season; and in (D) breeding adults of Great Egret.

frequency of homosexual, nonproductive pairs,'” which was
linked to endocrine disruption.7 In field settings, studies of
long-lived seabirds show that high contaminant levels
(including Hg) in one year may negatively influence the
breeding probability in the same or the following year.”'*™>
However, the available information on the influence of toxicant
exposure on the number of breeding pairs remains limited,
particularly, in natural settings, and it is unclear what the net
effect size or shape of the response curves might be. This is not
surprising as (1) in field studies, it is difficult to account for
interactive stressors like food availability, predation, or disease,

(2) field studies often do not have estimates of total breeding
population size, and (3) multiannual monitoring data may be
required to ensure a representative range of contaminant
exposures and interactive stressors.

Here, we use observational and experimental approaches to
understand the influence of exposure to MeHg on the numbers
of breeding pairs of two wading bird species. We hypothesized
that increased exposure to environmental MeHg would cause
increased incidence of early breeding failure in birds and,
therefore, reduce the effective breeding population size,
approximated as the number of breeding pairs. Early breeding
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failure encompasses both failure at an early stage (courtship,
nest building, or egg laying) and failure to initiate breeding
behavior. We defined breeding pairs as those that lay at least
one egg and, therefore, would typically be considered in studies
of reproductive impairment. To test this hypothesis, we first
analyzed 25 years of systematic counts of Great Egret (Ardea
alba) breeding pairs in colonies of the Florida Everglades
(Figure 1A) and investigated their association with temporal
and geographic variation in food availability and exposure to
MeHg. We predicted that increased exposure to MeHg would
be associated with reduced numbers of breeding pairs, once
the variation in food availability and the possible effects of
extreme weather conditions were controlled. Second, we
investigated the causation using an independent dataset from
experimentally dosed captive White Ibises.”'” We predicted
that (1) breeding attempts in dosed White Ibises would more
likely fail in early stages (before laying eggs), in consequence,
(2) the breeding population size of dosed groups would be
proportionally smaller than that in the control group; and (3)
reduction in the number of breeding pairs would be associated
with the experimental dose of MeHg.

B METHODS

Observational Study: Study Area, Species Monitor-
ing, and Hg Sample Collection. We annually monitored the
number of breeding pairs of Great Egrets, egret food
availability, and exposure to Hg in breeding colonies in
Miami-Dade, Broward, and Monroe County, Florida, USA.
Great Egrets are piscivorous and the number of breeding pairs
is known to vary annually with local food availability.”' Great
Egrets breed in colonies on tree islands widely spaced (2—15
km) within the extensive graminoid Everglades wetlands (9200
km?). In this ecosystem, individuals in different colonies are
exposed to geographically and temporally variable Hg through
food,””** driven by variation in the rainfall, hydroperiod (time
inundated), and water recession rate.”"**7%¢

We used monthly (January to July), systematic, 100%
coverage, aerial, and ground surveys to detect and quantify
breeding pairs in breeding colonies each year between 1994
and 2019.”7*° We counted nests in pictures taken of these
colonies from the aircraft to produce accurate counts of
nests.”’ Evidence of breeding pairs included incubating adults,
adults sitting next to nestlings, or nestlings in nests. We did not
count roosting adults, empty nests, or courting pairs as
breeding. As Great Egret breeding in colonies tends to be
relatively synchronous, we used the highest monthly count of
nesting pairs during each nesting season as the response
variable and as the best proxy of breeding population size in
that colony and year.

Each year, we selected 5—6 colonies to monitor Hg
exposure. Colony selection was based on the location to
ensure a geographically representative sample of breeding and
Hg conditions within the Everglades.”” Although we aimed to
sample the same colonies annually, this was not always possible
as Great Egrets did not use all colonies each year, and
occasionally some colonies were not accessible to sample
feathers due to water conditions. Thus, this study included 17
different colonies. We aimed to sample at least 10 randomly
selected nests in each colony®" in which nestlings were 20—28
days of age, estimated from the culmen length or hatching
dates. In each nest, we collected up to 10 scapular feathers
from the second largest chick by pulling fully grown feathers
(feather, feather shaft, and pulp) and stored feathers in sealed

paper envelopes in a dry place until analysis. To estimate Hg
exposure in each colony and year, we used [Hg] in nestling
feathers from the same colony and year (referred to as feather
[Hg], hereafter). Individual nestling feather [Hg] showed a
normal distribution around the colony-averaged value (Figure
S1), and because arithmetic and geometric means were closely
related (linear relationship of arithmetic average to geometric
average, f# = 1.015 + 0.007, P < 0.001, R* = 0.99, N = 130), we
used the arithmetic mean of observed [Hg] values. Although
we have found that the accuracy of colony-averaged [Hg] is
compromised if estimates are based on five or less nests,”’ we
also included colonies that had four or more samples to allow
the inclusion of colonies with low-nestling success and
environmentally or toxicologically adverse conditions. We
assessed the possible effects of this cutoff point on results by
rerunning analyses excluding colonies whose [Hg] was
estimated using less than six samples.

Observational Study: Food Availability. The diet of
breeding Great Egrets in the Everglades is composed almost
entirely of fish (>95% by biomass),”” which are obtained by
hunting in shallow water (5—25 cm). Fish become available to
wading birds because of a combination of fish biomass and the
concentrating effect of shrinking pools of water through drying
during the dry season.””** To describe food availability for
Great Egrets nesting in each colony and year, we used three
parameters: fish biomass (g/m? a measure of food
abundance), the average maximum depth around colonies at
the start of the breeding season (a measure of the area flooded
and available for fish production), and water recession range (a
measure of food vulnerability).

We approximated food abundance using the average fish
biomass at different sampling points within a 20 km range
around the colony, a distance that encompassed >95% of the
foraging flights of breeding Great Egrets in the Everglades.”
Starting in 2005, we conducted an annual systemwide
description of small fish communities focusing on species
typically consumed by wading birds. Our fish biomass
sampling design included primary sampling units (PSUs)
distributed across the Greater Everglades area to provide
spatial information on wading bird prey availability and its
variability. Within each PSU, we estimated the fish biomass
using standardized replicated 1-m” throw traps (see further
details in the Supporting Information). We used wet-season
fish biomass estimates that were a predictor of fish biomass
during the egret breeding season.”* While hydroperiod affects
the fish biomass,” the total area covered with water can
expand and contract by thousands of Ha per year, thereby
influencing the total fish breeding habitat. To account for the
depth and the wetted area, we included the maximum water
depth around colonies at the start of the breeding season
(highest water level during the first three months of the year)
using established gages (see below).

To model the hydropattern, we downloaded daily average
water-depth values from January 1994 to December 2018 from
128 gaging stations within the study area (https://sofia.usgs.
gov/eden/). To approximate the maximum water depth
around colonies at the start of the breeding season, we used
the maximum water depth at each gage in the first 3 months of
the year. Great Egret prey become more vulnerable in shallow
water.>> As water dries out during the breeding season, fish get
concentrated in the remaining shallow ponds where wading
birds prey on them.”* To approximate food vulnerability, we
documented the water recession range (highest water level
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during the first 3 months of the year minus the lowest water
level achieved before the seasonal reversal of the recession
[cm]). We estimated the maximum water depth at the start of
the breeding season and the recession range in each year and at
each gaging station, and averaged these over all stations within
20 km of the focal colony in each year.

Heavy rain can result in abandonment of some nests.*
While some of the effect of such storms on nesting occurs
through food availability (as above), there may also be direct
effects of heavy rainfall on nest structures and nest contents.
To control these possible influences, we included the number
of days with heavy rain (>0.95 quantile of total daily rain in all
the stations between January and May 2002—2018) in the
nearest gaging station to each colony in March and April. We
focused on March and April because the highest numbers of
breeding Great Egret pairs typically occur in these months. To
control for the possible influence of extreme temperatures, we
added the average temperature in March to the models. We
obtained temperature records from the nearest NOAA station
to the study area. (Big Cypress: https://www.ncdc.noaa.gov/
IPS/cd/cd.html? page=0&jsessionid=
4275AA08591C28326ADFFD0O0F380B040&state=FL& _
target1=Next+%3E.)

We obtained fish biomass from >1300 PSU-years (118.18 +
33.09 PSUs per year [range: 21—138, N = 11]) and
hydrological information using >500,000 measures of daily
average water depth from 128 gaging stations in the 11 years.
To characterize the annual food availability in each colony, we
used fish biomass data from an average of 24.24 + 7.2 (7-39,
N = 57) PSU sampling stations and water depth data from an
average of 23.96 + 6.3 (13—3S5, N = 57) gaging stations per
colony and year. Hg was not correlated with any of the other
predictors (Pearson correlation coefficient <0.3 in every case,
Figure S2). The strongest correlation was between the fish
biomass and the maximum depth at the start of the breeding
seasons (Pearson correlation coefficient = 0.64). To avoid
issues arising from collinearity among these two covariates, we
split models into two blocks: one included fish biomass as a
covariate and the other the maximum depth at the start of the
breeding season.

Observational Study: Model Specifications. We
assessed the association between feather [Hg] and annual
breeding pairs using generalized linear mixed models
(GLMMs) with a log link function and a negative binomial
error distribution. We found evidence of overdispersion in nest
counts (variance to mean ratio = 278.2) and, therefore, favored
negative binomial models over Poisson error distributions, as
the former includes two separate parameters to estimate the
mean and the variation. We only used data from 2006 to 2018,
the years in which we had data on fish biomass. We later used
data from 1998 to 2006 to evaluate the model developed using
2006—2018 data.

We modeled breeding pairs as a function of feather [Hg],
average fish biomass, averaged range of water recession around
the colony, average maximum water depth around the colony
at the start of the breeding season, number of heavy rain events
in the colony during March—April, and average temperature in
March. As the fish biomass and the maximum depth at the start
of the breeding season were strongly correlated, we ran two
sets of models, one including fish biomass and the other
covariates (but not the maximum depth) and the other
assessing the maximum depth at the start of the breeding
seasons instead of fish biomass. To account for the differences

in colony island characteristics, as well as the possible among-
colony differences in predation risk and habitat quality, we
added colony as a random factor in every model. To control
for temporal pseudocorrelation of breeding population size
(i.e., breeding population size in year, being correlated with the
breeding population in year .., or showing structured temporal
trends), we included year as a predictor covariate in the
models, and we inspected model residuals for temporal
autocorrelation at different time lags. We also ran a generalized
least squares (GLS) version of our best model and compared it
in terms of the corrected Akaike information criterion (AICc)
with the same GLS plus an autocorrelation structure.”’

Because breeders could redistribute from the breeding
grounds outside the study area, accounting for part of the inter-
annual variation in the total numbers of breeders in the area
(Figure 1A), we ran a parallel group of models that included
year as a random factor crossed with colony. Therefore, we ran
four blocks of models: two models including fish biomass and
year as a covariate or random factor and another two with
maximum depth at the start of the breeding season instead of
fish biomass and year as a covariate or random. In every model,
we scaled predictor covariates by centering them and then
dividing by their standard deviation. In each set of models, we
ran six competing models, including (1) a null model, as
reference, that had no predictor covariates but included the
random structure of other models in the set, (2) a base model
with additive effects of covariates, (3) another model adding
the quadratic term of feather [Hg] to assess nonlinear
responses, and (4—6) three linear response models assessing
the possible interactions between feather [Hg] and recession
range, recession range and fish biomass (or maximum depth),
and feather [Hg] and fish biomass (or maximum depth). We
used AICc® to select among competing models. Next, we
inspected the best performing model and reran it dropping
nonsignificant covariates in a stepwise manner until we
achieved no further improvement in terms of AICc. From
the best model, we calculated the semipartial coefficient of
determination (Rpmz), the proportion of observed variation
explained exclusively by covariates and their interactions. We
used commonality analysis’®~*' to deconstruct the R* of a set
of predictors into unique and common, or shared, effects.

To compare the results of observational and experimental
approaches, we used the best model in each case to predict the
effects of egret or ibis exposure to Hg at a gradual increase of 1
mg/kg dw nestling feather [Hg], while environmental
covariates retained values observed in the field.

Observational Study: Model Validation. We used two
approaches to validate the results of the best model obtained
above. First, we used data collected before 2006 which had not
been not included in previous analyses to assess the predictive
performance of the best model. We used 35 colony-year
observations from the 1994—200S period for which we had:
counts of nesting pairs; estimates of feather [Hg] based on
feathers from four or more nests; information on maximum
water depth and recession range; and the specific colony was
included at least once in the development of the best model.
We did not use fish biomass because that variable was not
included in the best model (see results). We compared the
deviation of predicted population sizes from the observed ones
in 1994—200S using: (1) a null model without fixed predictors
but the same random structure as our best model (i.e., a model
only with random effects) and (2) our best model. We
compared the proportional difference between the observed
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Table 1. Output of the Best Model of the Effect of Feather Hg and Food Availability on Breeding Pairs of Great Egrets in the

Everglades”
variable
fixed random
N=157 colony 0.12
intercept
Ryyg = 0.70 rec. range
Reond® = 0.99 max. depth

feather [Hg]

est SE z val. P
0.35
5.30 0.13 40.35 <0.001
0.31 0.09 3.47 <0.001
0.32 0.12 2.74 0.006
—-0.26 0.09 —2.88 0.004

“The variation (var), beta estimate (est), standard error (SE), Z statistic (z. Val), and associated p value of random and fixed factors retained in the
best model are reported. Rec. range stands for recession range, the difference in water depth between the highest water level at the start of the year
and the lowest water level recorded during the breeding season. Max depth stands for the maximum water depth around the colony at the start of
the breeding season and feather [Hg] indicates the average [Hg] in feathers of nestlings from the colony. We also indicate the marginal (Rmarg ) and

conditional coefficients of determination (R.y,4>).

values and those predicted by each model as an indicator of
model performance.

Second, historic data show a steep increase in breeding pairs
in the Everglades during the late 1990’s, and one possible
mechanism is through a gross reduction in Hg availability
during that period. Systematic counts of nesting numbers of
Great Egret breeding pairs before 1998 (mean 2928 + 1217
pairs per year; N = 11; 1986—1997) and after (mean 7189 +
3116 pairs per year; N = 21; 1998—2018) showed an average
2.46-fold increase. We used our best model with values for
recession ranges and colony random effect estimates from
2006 to 2018 but substituted observed feather [Hg] values
with the average of the three highest observed values of feather
[Hg] during 1994—1997 to predict the number of breeding
pairs under previously high Hg exposure. We then compared
those values with observed counts of breeding pairs during
1990—1998.

Experimental Confirmation. To examine the effect of Hg
exposure on nesting responses experimentally, we reanalyzed
data on the number of nests of captive White Ibises exposed to
different concentrations of MeHg through food.”'” Briefly,
White Ibis nestlings captured in 2005 in breeding colonies in
the Everglades were randomly distributed into groups of 20 of
each sex in four Hg exposure treatment groups. Birds were
housed outdoors in a circular aviary divided into four
quadrants by nets. Each year from 2006 to 2008, groups
were randomly moved among quadrants to minimize the
location effects. Each quadrant had 6 perch modules, 48 nest
platforms, and ad libitum nesting material. Exposure to MeHg
started when nestlings were 90 days of age and continued until
the end of the experiment. We offered birds ad libitum
pelletized food infused with Hg doses using a corn-oil vehicle.
The groups were control (corn-oil vehicle alone), low-,
medium-, and high-exposure diets (0.05, 0.1, and 0.3 ppm
wwt MeHg in food, respectively). In 2008, we collected adult
blood (N = 41; 11 control, with 6 females and S males; and 10
each for the other three groups, with S females and 5 males
each) and nestling feathers (N = 57; 18 control, 13 low-dose,
15 medium-dose, and 11 high-dose groups) to compare [Hg]
in a way directly comparable to that in the field study (see
below). We stored feathers of each individual in labeled paper
envelopes and conserved them in a cool and dry place until
analysis.

White Ibis nesting activity was monitored daily during each
of the three breeding seasons. We defined as nesting attempts
every occasion in which two individuals established a bond
through courtship and started building a nest or occupied an

existing one, even if they were homosexual pairs.'” We defined
breeding pairs as those nesting attempts that produced at least
one egg, even if the egg did not survive. To evaluate Hg effects
on the probability of pairs producing at least one egg, we ran a
model assessing the differences in nesting attempts resulting in
breeding pairs between control and all dosed individuals,
regardless of the dose. We also fit a model of linear
relationships between the probability of a breeding attempt
resulting in a breeding pair and the average nestling feather
[Hg] for their Hg dose group. In both models, we accounted
for the age of the breeder and the order of the breeding
attempt within the season. In these two analyses, we used a
generalized linear model (GLM) with a logit link function and
a binomial error distribution.

To allow comparison of the effect of Hg on breeding pairs
with the observational study, we expressed the maximum
number of synchronous breeding pairs in treatment groups as a
proportion of maximum number of synchronous breeding pairs
in the control group. To analyze the dose—proportional
reduction in nesting pairs, we used a GLM with the identity
link and a Gaussian distribution of error in which the
proportion of breeding pairs with reference to the control
group was the response variable and the average [Hg] in
nestling feathers the sole predictor. We used model results to
predict the effects of exposure to Hg at doses in the
observational study that were higher than those actually used
in the experimental approach.

Hg Determination. We determined [Hg] using two
different analytical procedures. From 1994 to 2013, Great
Egret feather samples and White Ibis blood samples were
analyzed by the Chemistry Section of the Florida Department
of Environmental Protection (see the Supporting Informa-
tion). From 2014 onward and for the White Ibis feathers
collected in 2008, we used a Direct Mercury Analyzer
(Milestone DMA 80). In each analysis run of the DMA 80,
we included at least two blanks, four samples of standard
reference materials (DORM-2, DORM-4, DOLT-5, and
TORT-21 [National Research Council, Canada]), and 15—
25% of sample duplicates. All the duplicate concentrations
were within 10% of the original sample. Recovery rates for
reference materials in the DMA 80 ranged between 88.3 and
102.4%. Further details on methods and quality control are
provided in the Supporting Information. To facilitate the
interpretation and comparison with other studies, we
approximated the Great Egret nestling feather [Hg] to total
egg [Hg], a commonly used measure of Hg exposure with well-
studied dose—response relationships'> (details are provided in
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the Supporting Information), and added it to relevant plots.
Based on previous research, we assumed that virtually all Hg in
feathers was MeHg,"" yet we report results as total Hg
(THg) on a dry weight (dw) basis and refer to all
concentrations as [Hg], which we assume to represent
[MeHg] in feathers.

Data Analysis Software. We used R 3.5.1"* to perform
analyses. For GLMMs, we used the packages “Ime4 1.1-19"*
and “PiecewiseSEM 1.2.17*° to calculate R? of GLMMs, the
package “r2glmm” to calculate semipartial R%*" and
AlCcmodavg 2.1—-4" for AICc values. We produced plots
using “ggplot 2 3.1.0”."" We report descriptive statistics as
mean =+1 standard deviation with the range in parenthesis,

unless otherwise stated.

B RESULTS

Observational Study. Annual numbers of Great Egret
breeding pairs were positively associated with the recession
range and maximum water depth at the start of the breeding
season (Table 1, Figure 1B,C), while feather [Hg] was
negatively associated with breeding pairs (Table 1, Figure 1D),
in accordance with our predictions. These three covariates
explained 70% of the observed variation in breeding numbers
(Ryarg” = 0.70), and when considering the conditional R* with
colony as a random factor, our best model explained virtually
all the observed variation in the breeding population size
(Reong” = 0.99; Table 1). Commonality analysis showed that
the proportion of observed variation explained in exclusivity by
each covariate was similar: 0.18 for the recession range (95%
CI = 0.03-0.39), 0.18 (95% CI = 0.03—0.39) for the
maximum depth, and 0.15 (95% CI = 0.02—0.36) for feather
[Hg]. Model selection using fish biomass instead of maximum
depth resulted in a model retaining only the recession range
and feather [Hg] (Table S1) with very similar § estimates to
these in the model with maximum depth instead of fish
biomass (Table S2). This model without maximum water
depth had a smaller marginal R* (0.41; Table S2) and its AICc
was 2.55 units higher. Therefore, and bearing in mind that
these two models can be considered nested, we disregarded the
second model>**® In both sets of models, the estimated
intercept variance for year as a random factor did not differ
from zero (estimated Var. <21 X 107'°) and estimates of
coefficients for the fixed factors were virtually identical to those
of the model with only colony as the random factor (Table
S2). We did not find support for the influence of redistribution
of breeders from or to other areas in the interannual variation
in breeding pairs, as adding year as a crossed random factor
resulted in a worse model in terms of AICc compared to the
same model with only colony as a random factor (AAICc > 2.2
in both cases). Therefore, the results we report refer to the best
model of the set with the maximum depth and year as
covariates.

We found no evidence of interactions among covariates
(Table S1) or effects of heavy rainfall ( = —0.10 + 0.10; P =
0.323) or temperature (f = —0.04 + 0.08; P = 0.623). We
found no strong temporal pseudocorrelation or a clear
temporal structure in residuals of the best model (Figure
S3), suggesting that the breeding population size was not
influenced by the breeding population size in previous years
and the lack of temporal patterns in the population size. The
GLS model with an autocorrelation structure performed worse
(AAICc = 2.5) and its autocorrelation estimate was 0 (—67'%).
The residuals of the best model showed a reasonable fit too
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(Figure S4). The inclusion of colonies characterized for [Hg]
using feather samples from 4 to S nests (N = 10) did not seem
to affect the results—discarding these colonies resulted in the
same best-model structure, similar estimates of coefficients of
determination, and similar slope estimates (Table S3). When
the recession range and maximum depth were fixed to their
median value observed in data (63.2 and 234.9 cm),
respectively, our results predicted a steep decrease in breeding
pairs with increasing Hg exposure at the low end of the
concentration range, while the slope of the decline decreased at
high Hg levels, probably because the relative population size
was already very small (Figure 2).

Estimated equivalent whole egg [Hg]
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Figure 2. Relative change in the breeding population size with
increasing [Hg] in nestling feathers predicted from models derived
from observational (Great Egret: blue line) and experimental data
(White Ibis, black broken line). For Great Egret predictions, we kept
the recession range and maximum depth values at the median
observed and changed only the Hg exposure. The dotted line shows
the estimated reduction of ibis breeding population in Hg exposures
beyond the range of exposure values experienced in the experiment.
We estimated the whole egg [Hg] equivalent to nestling feather [Hg]
data using Great Egret regression values to enhance the comparability
of results using formulas described in the text.

Model Validation. Our best model performed well when
fit to data from 1994 to 2005. Our model reduced the distance
between the predicted and observed values by 36.5% (from a
deviation of 77.2 + 110.6% in the null model to 49.0 +
49.5%). The mean bias for model-predicted breeding
populations (considering whether models over- or under-
predicted the number of breeding pairs) was 17.8% (+67.8)
compared to 53.3% (+124.3) in the null model. This suggests
that our model not only reduced the departure of predicted
values from field observations but also centered the error,
correcting biases in the null model.

Finally, using the average of the three highest observed
values of feather [Hg] during 1994—1997 (27.1 THg pug/g dw)
as an approximation to high Hg exposure values typical of the
early 1990s, our best model predicted a reduction in breeding
pairs of 62.7% (22.5) compared to the observed numbers in
the field after 1998. That reduction encompasses and
resembles the observed average 59.3% fewer breeding pairs
in the early 1990s compared to those in post-1998.

Experimental Exposure to Hg: Breeding Responses.
Captive White Ibises often made more than one breeding
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attempt within the same breeding season. White Ibises in the
control group made 107 breeding attempts, 112 in the low-
dose group, 125 in the medium-dose group, and 10S in the
high-dose group. Of 898 individual breeding attempts (two
individuals in each breeding attempt) recorded, 46.1% (N =
414) were first breeding attempts, 32.4% (N = 291) were
second breeding attempts, 15.6% (N = 140) were third, 5.2%
(N = 47) were fourth, and 0.7% (N = 6) were fifth attempts.
No significant difference existed in the number of breeding
attempts per individual among treatment groups (y* = 9.82; df
= 12; P = 0.632; N = 898). The average clutch size was 2.5 +
1.6 eggs (range: 1—10; note possible egg dumping in large
clutches). Pairs in treated groups laid significantly smaller
clutches compared to those in the control group (f = —0.393
+ 0.16; t val = —2.40; P = 0.017, N = 449), but this decrease in
size was not linearly associated with the increase in exposure to
Hg ( = —0.019 + 0.02; t val = —0.87; P = 0.387, N = 449).
The breeding season, measured as the net span of egg-laying
days, lasted 70 days in 2006, 130 days in 2007, and 198 days in
2008.

Adult blood and nestling feather [Hg] of experimentally
dosed captive White Ibises were strongly correlated. Bootstrap
analyses showed a strong correlation between blood [Hg] from
breeding adults and nestling feather [Hg] among dose groups.
Nestling feather [Hg] was —0.119 (+0.023) X 0.439 (+0.007)
adult blood [Hg] (P < 107" in every case; R* = 0.917
[+0.019; 95% CI = 0.886—0.950]).

Effect of Experimental Hg Exposure on the Proba-
bility of Reaching the Egg-Laying Stage. We found
experimental evidence of a negative effect of Hg on captive
White Ibis egg-laying, confirming our prediction. Breeding
attempts (i.e. pairs building a nest or occupying an already
existing one) of exposed individuals in all dosed groups
combined were 14% less likely to result in eggs laid than those
in the control group. Breeding attempts of dosed individuals
regardless of dose were significatively less likely to result in
laying at least one egg (f = —1.937 & 0.55; z val = —3.55; P <
0.001, N = 449; Rpm2 = 0.06 [range 0.025—0.108]; further
details on the results of this model are given in the Supporting
Information).

The model assessing a linear relationship between the Hg
dose level and the probability of laying at least one egg also
revealed a significant negative relationship (f = —0.10 + 0.04;
z val = =223; P = 0.025, N = 449; R,,,> = 0.011 [range
0.000—0.038]). The linear model predicted average proba-
bilities of a breeding attempt progressing to egg-laying as 0.88
(£0.09) for control pairs, 0.86 (+0.09) for the low-dose group,
0.85 (+0.11) for the medium-dose group, and 0.80 (+0.14)
for individuals in the high-dose group (further details of the
results of this model are given in the Supporting Information).

Experimental Exposure to Hg and Relative Breeding
Population Size. The maximum number of breeding White
Ibis pairs in any season was significantly smaller in dosed
groups compared to the control group (up to 22% reduction),
as predicted from our hypothesis. The maximum number of
breeding pairs in low-, medium-, and high-dose groups
compared to the control was 90% (+12%; range: 76—100%),
87% (£9%; range: 78—95%), and 78% (+2%; range: 77—
80%), respectively. We also found a significant negative
association between average [Hg] in White Ibis nestling
feathers from each treatment group and the maximum number
of breeding pairs observable during the breeding season
relative to control group (ff = —0.023 + 0.007; z val = —3.50; P

=0.006, N = 12; Rpm2 =0.551 [range 0.179—0.840], Figure 2).
These results confirmed our prediction that increased exposure
to MeHg would increase the proportional reduction in the
number of breeding pairs. The slopes of reduction in the
relative population size in ibis experimental conditions and in
the egret observational study were similar, yet they were
slightly steeper in the egret observational data (Figure 2). The
relative breeding population size of ibises predicted at the high
end of the range of Hg in the field study resulted in 47%
reduction (Figure 2). Reductions predicted from experimental
data were considerably smaller (up to 30% less) than those
from the model based on observational data.

B DISCUSSION

We found a significant negative association between numbers
of breeding pairs and the average [Hg] in nestling feathers in
Great Egret colonies when effects of food availability were
accounted for. On average, an increase of 1 ug/g dw THg in
nestling feathers was associated with 4% incremental reduction
in breeding population size. This effect of Hg exposure on
breeding numbers was also experimentally confirmed in captive
dosed White Ibises, although the reduction in breeding
population in the latter was smaller (2.4% reduction for each
increase of 1 yg/g dw THg in nestling feathers). The number
of breeding pairs in wild egret colonies more than halved in
association with feather [Hg] within the upper end of the
observed range of feather [Hg] values in this study (19.3 THg
ug/g dw; Figures 1D and 2). The magnitude of reduction in
breeding pairs is particularly worrisome as all the estimated
equivalents of whole egg [Hg] we observed were considered
below MeHg toxicity reference values associated with a 20%
reduction in post-egg-laying reproductive success.'” Further-
more, the negative association we report is additive to other
Hg sublethal effects because within the range of [Hg] values
observed, we also found negative associations of Hg with later
reproductive endpoints.”’ Thus, a 50% reduction in breeding
pairs could easily be added to a 10—20% reduction in nest
success at the upper range of Hg exposure observed, resulting
in a net 55—60% reduction in successful nests. The White
Ibises experimentally dosed with Hg also showed a reduction
in the likelihood of breeding attempts resulting in egg-laying.
This resulted in a reduction of about 20% in the numbers of
breeding pairs compared to the control group within the range
of experimental doses and a predicted decrease of 47% within
the upper end of exposure values observed in the field (Figure
2).

Our results are in line with previous reports of capture—
recapture studies showing reduced breeding propensity
associated with pollutant concentrations,”'* " and with
anecdotal field observations su§gesting a lower occupancy of
nest boxes in polluted areas.’>*” Unlike those studies, we were
able to control the possible influence of several sources of
ecological variation (food availability, rainfall, weather, and
colony) on the number of breeding pairs, disentangle it from
association with [Hg], and estimate the influence of both
ecological and exposure variables on local breeding population
sizes. A recent study experimentally investigated the effects of
Hg exposure on the nesting probability of zebra finches
(Taeniopygia guttata)."* The authors found that adult finches
exposed to dietary Hg in doses that resulted in whole egg [Hg]
higher than those in our study (3.35 + 0.21 ppm compared to
the estimated <0.7 ppm in this study) were less likely to start
nests and spent less time constructing them. The probability of
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dosed zebra finches laying eggs in that study was 0.64 while
that of control finches was 0.78."* Thus, dosed finch pairs were
18% ([1—0.64/0.78] x 100) less likely to produce eggs than
control pairs. As with our captive White Ibis study, there is
strong experimental evidence of the negative effect of Hg on
breeding propensity and breeding numbers in experimental
settings, but both experimental studies demonstrated consid-
erably smaller effects than those we report from our
observational study of free-ranging birds (experimental studies:
18—20% reduction; free ranging: S0% reduction).

The difference in the effect size between our field and
experimental studies (~30%) is considerable, yet perhaps to be
expected. Although this could be due to species-specific
sensitivity to Hg, White Ibis embryonic survival was more
sensitive than that of Great Egrets to Hg exposure,54 an effect
opposite to our results. As Hg is the only likely toxin of
concern in the Everglades,55 interactions with other con-
taminants do not seem to be a likely effect.” Neither
predation®® nor disease®® has a large influence on breeding
outcomes in this population.

The tissue sampled also does not appear to elicit an
explanation for differences in the effect size in experimental
and observational studies. A potential drawback of using
nestling feathers to approximate exposure to Hg of adult
breeders is that only successful nests can be sampled for this
tissue. If nests fail early as a result of higher exposure to Hg,
this can result in underestimated exposure to Hg.”' The strong
correlation between adult blood and nestling feather [Hg] in
the White Ibis data suggests that nestling feathers accurately
indicate exposure to Hg in adults if exposure is not variable
during the breeding season. The same appears to be true in
Great Egrets. Colony-averaged nestling feather and egg
albumen [Hg] in Great Egrets in the Everglades showed a
good correlation (r = 0.703)** within the range of 5.26—19.34
mg/g dw THg in nestling feathers. As albumen [Hg] is derived
directly from adult tissues, that relationship suggested nestling
feathers to be a reasonable proxy for adult exposure early in the
breeding season. That range also virtually encompasses the
values of nestling feather [Hg] used to develop the model
presented here (2.24—19.34 mg/g dw THg). Experimental
research showed that [Hg] in scapular nestling feathers
integrates exposure over the early nestling period and is not
susceptible to short-term variation in [Hg] in food.*
Therefore, within that range of [Hg] values included in the
analyses, any putative bias arising from sampling nestling
teathers does not appears to be strong enough to affect the
correlation, although a partial mismatch between exposure to
Hg during the early breeding season and exposure to Hg
during chick-rearing stages might add noise to the models and
reduce the strength of the association reported here.

We believe that there are two potentially overlapping causes
that probably account for a relevant part of the difference in
the effect size of Hg exposure between observational and
experimental studies. First, similar Great Egret and White Ibis
nestling feather [Hg] might reflect different Hg exposures.
Growing feathers effectively capture Hg in blood.*”>” While
both species have similar masses and sizes and eat similar
foods, the developmental period of Great Egrets lasts longer
than that of White Ibises (Table S4). Therefore, these species
seem to be similar physiological models, but there are some
ecological differences, particularly, in the speed of reproduc-
tion. In consequence, the same exposure to Hg through food
could result in different nestling feather [Hg] values, hindering

the comparison of effects between species. The other likely
cause is a result of lack of stressors and/or the lack of
interindividual variance in exposure to them, in the
experimental study. Typically, experiments conducted under
controlled conditions can provide evidence for causal
mechanisms, but their low environmental realism results in
difficult translation to the field.”*”*° In the aviary-kept ibises,
interannual and interindividual variability in exposure to
variation in food supply, thermal stress, predation, and other
natural stressors were purposefully absent, homogenized or
reduced in the experimental aviary conditions. White Ibises in
the aviary had ad libitum food, laid eggs in up to five events per
season, had clutch sizes of up to 10 eggs, and breeding seasons
that lasted up to 198 days. None of these conditions or
reproductive outcomes match what typically happens in wild
colonies.”’ On the other hand, White Ibises were probably
subjected to captivity stress that could potentially influence the
dose—response relationship.

We also found a positive association between the maximum
depth at the start of the breeding season and the recession
range with numbers of Great Egret breeding pairs. High water
conditions at the start of the breeding season and strong
recession, resulting in a large reduction of the flooded area and
formation of many shallow pools, were associated with larger
numbers of breeding pairs. The association between a large
recession and several parameters of reproductive success of
wading birds in the Everglades has been reported before.”"****
The lack of association between fish biomass and breeding
numbers in this study was unexpected. However, fish biomass
was strongly and positively correlated with water depth at the
start of the breeding season (Pearson correlation coefficient =
0.64; Figure S2) which, in turn, was positively associated with
numbers of breeding pairs. Long periods of inundation, related
to high water at the start of the breeding season, increase the
time for fish growth and reproduction and, consequently,
standing stocks.”> Considering the flat topography of the
Everglades and the association between fish biomass and water
depth at the start of the season, water depth could be a better
proxy for total fish abundance in the system than actual fish
biomass at sampling points, as it is closely related to the extent
of flooded area and therefore the amount of available fish
habitat.

Our results collectively suggest a strong influence of
exposure to Hg on numbers of pairs attempting to breed in
natural settings. This influence could be widespread, and
particularly, acute in populations in extreme environments
already facing other natural stressors.”> The reduction in
breeding numbers we report is complementary to other known
breeding impairments resulting from Hg exposure (e.g., nest
success, chick survival) and is of special concern because the
endpoint (reduced propensity to initiate breeding and
breeding failures prior to egg-laying) is difficult to observe in
wild populations. Endpoints assessed in studies of Hg effects
typically range from egg fertility to fledgling production'*"?
and, therefore, are entirely separate from any effect previous to
egg-laying. Our results suggest that estimates of breeding
impairment in wild populations associated with Hg may be
systematically underestimated in the literature and, conse-
quently, in management and conservation decisions. The range
of estimates of nesting reduction we report suggest that
underestimates of effects could be in the range of 10—45% in
captive White Ibises and up to 70% in wild Great Egrets,
within the range of [Hg] values we observed in the field. As
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much of the effect we saw with Hg on the breeding propensity
of ibises was a result of endocrine disruption,7 these
conclusions may have application to a large class of toxicants
worldwide."”** We urge researchers to seek observational and
experimental validation and extension of our results, and
managers to consider the possible influence of pollutants on
reduced propensity to breed in vertebrate species.

B ASSOCIATED CONTENT

® Supporting Information
The Supporting Information is available free of charge at
https://pubs.acs.org/doi/10.1021/acs.est.0c04098.

Methods for sampling fish biomass, Hg determination,
and transformation of Great Egret nestling feather [Hg]
into whole egg [Hg];results of the effect of experimental
Hg exposure on the probability of reaching the egg-
laying stage; results of model selection for each block of
Great Egret models; output of the best Great Egret
model of each block; output of the best model for Great
Egrets using only colonies with exposure to Hg based on
>$ nestling feathers; comparison of breeding and life-
history traits of Great Egret and White Ibis; deviation of
individual Great Egret feather [Hg] values from their
colony averaged values; correlation among predictive
covariates in observational models; temporal pseudo-
correlation in the residuals of the best model for Great
Egret breeding number pairs; and residuals of the best
model for Great Egret numbers of breeding pairs (PDF)

B AUTHOR INFORMATION

Corresponding Author
Peter Frederick — Department of Wildlife Ecology and
Conservation, University of Florida, Gainesville, Florida 32611,
United States; Email: pfred@ufl.edu

Authors

Jabi Zabala — Department of Wildlife Ecology and Conservation,
University of Florida, Gainesville, Florida 32611, United
States; ©® orcid.org/0000-0002-1425-1594

Joel C. Trexler — Department of Biological Sciences, Florida
International University, North Miami, Florida 33181, United
States

Nilmini Jayasena — Department of Basic Veterinary Sciences,
Faculty of Veterinary Medicine and Animal Science, University
of Peradeniya, Peradeniya 20400, Sri Lanka

Complete contact information is available at:
https://pubs.acs.org/10.1021/acs.est.0c04098

Notes
The authors declare no competing financial interest.

B ACKNOWLEDGMENTS

This work was supported by the U.S. Army Corps of Engineers
(W912HZ-12-02-0007) and by grants of equipment from the
University of Florida Institute of Food and Agricultural
Sciences. Egret monitoring was performed under the
University of Florida TACUC permit 201708650. Fish
sampling was supported by Cooperative Agreements
WO912HZ-11-2-0048 and W912HZ-16-2-0008 between Florida
International University (FIU) and the U.S. Army Corps of
Engineers and Contract 4600001083 between FIU and the
South Florida Water Management District. Fish monitoring

was performed under FIU IACUC permits including IACUC-
08-004, -09-029, -10-026, 12-020, -13-060, and -16-033.
Nestling Ibises were collected from the field under Florida
Fish and Wildlife Conservation Commission permit WX03527,
which also allowed for their maintenance in captivity, and with
a modification, re-release into the wild. Ibises were held in
captivity under Institutional Animal Care and Use Committee
permit D424-2006. Background images in the graphical
abstract, Figure 1A,B and D were taken by ].Z. The
background egret image on Figure 1C was cropped from the
picture nest with three chicks at the Morro Bay Heron
Rookery, taken by M. Baird licensed under CC BY 2.0. The
image of the Florida peninsula used in the inset of Figure 1A
was modified from Google Earth (Data SIO, NOAA, US Navy,
NGA, GEBCO, Image Landsat/Copernicus). The Great egret
picture in Figure 2 was taken by J. A. Gonzalez-Oreja and used
with his permission, while the White Ibis image in the same
figure was extracted from a picture downloaded from www.all-
free-photos.com licensed under CC BY-SA 2.5. We are grateful
to four anonymous reviewers whose comments greatly
improved the manuscript.

B REFERENCES

(1) Loganathan, B. Global Trends of Persistent Organic Chemicals
An Overview. In Global Contamination Trends of Persistent Organic
Chemicals; Loganathan, B. G., Lam, P. K.-S., Eds.; CRC Press, 2011;
pp 3-3L

(2) Eagles-Smith, C. A.; Wiener, J. G.; Eckley, C. S.; Willacker, J. J.;
Evers, D. C.; Marvin-DiPasquale, M.; Obrist, D.; Fleck, J. A.; Aiken,
G. R; Lepak, J. M.; Jackson, A. K; Webster, J. P.; Stewart, A. R;;
Davis, J. A.; Alpers, C. N.; Ackerman, J. T. Mercury in Western North
America: A Synthesis of Environmental Contamination, Fluxes,
Bioaccumulation, and Risk to Fish and Wildlife. Sci. Total Environ.
2016, 568, 1213—1226.

(3) Wolfe, M. F.; Schwarzbach, S.; Sulaiman, R. A. Effects of
Mercury on Wildlife: A Comprehensive Review. Environ. Towxicol.
Chem. 1998, 17, 146—160.

(4) Giesy, J. P.; Feyk, L. A,; Jones, P. D.; Kannan, K.; Sanderson, T.
Review of the Effects of Endocrine-Disrupting Chemicals in Birds.
Pure Appl. Chem. 2003, 75, 2287—2303.

(5) Pandey, S. P.; Mohanty, B. The Neonicotinoid Pesticide
Imidacloprid and the Dithiocarbamate Fungicide Mancozeb Disrupt
the Pituitary-Thyroid Axis of a Wildlife Bird. Chemosphere 2018, 122,
227-234.

(6) Fry, D. M. Reproductive Effects in Birds Exposed to Pesticides
and Industrial Chemicals. Environ. Health Perspect. 1995, 103, 165—
171.

(7) Jayasena, N.; Frederick, P. C; Larkin, I. L. V. Endocrine
Disruption in White Ibises (Eudocimus Albus) Caused by Exposure
to Environmentally Relevant Levels of Methylmercury. Aquat. Toxicol.
2011, 10§, 321—-327.

(8) Tartu, S.; Goutte, A.; Bustamante, P,; Angelier, F.; Moe, B,;
Clément-Chastel, C.; Bech, C.; Gabrielsen, G. W.; Bustnes, J. O.;
Chastel, O. To Breed or Not to Breed: Endocrine Response to
Mercury Contamination by an Arctic Seabird. Biol Lett. 2013, 9,
20130317.

(9) Letcher, R. J.; Bustnes, J. O.; Dietz, R.; Jenssen, B. M.; Jorgensen,
E. H,; Sonne, C.; Verreault, J.; Vijayan, M. M.; Gabrielsen, G. W.
Exposure and Effects Assessment of Persistent Organohalogen
Contaminants in Arctic Wildlife and Fish. Sci. Total Environ. 2010,
408, 2995—3043.

(10) Jones, K. C.; de Voogt, P. Persistent Organic Pollutants
(POPs): State of the Science. Environ. Pollut. 1999, 100, 209—221.

(11) Scheuhammer, A. M,; Meyer, M. W.; Sandheinrich, M. B,;
Murray, M. W. Effects of Environmental Methylmercury on the
Health of Wild Birds, Mammals, and Fish. Ambio 2007, 36, 12—19.

https://dx.doi.org/10.1021/acs.est.0c04098
Environ. Sci. Technol. 2020, 54, 13786—13796


https://pubs.acs.org/doi/10.1021/acs.est.0c04098?goto=supporting-info
http://pubs.acs.org/doi/suppl/10.1021/acs.est.0c04098/suppl_file/es0c04098_si_001.pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Peter+Frederick"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
mailto:pfred@ufl.edu
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Jabi+Zabala"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
http://orcid.org/0000-0002-1425-1594
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Joel+C.+Trexler"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/action/doSearch?field1=Contrib&text1="Nilmini+Jayasena"&field2=AllField&text2=&publication=&accessType=allContent&Earliest=&ref=pdf
https://pubs.acs.org/doi/10.1021/acs.est.0c04098?ref=pdf
http://www.all-free-photos.com
http://www.all-free-photos.com
https://dx.doi.org/10.1016/j.scitotenv.2016.05.094
https://dx.doi.org/10.1016/j.scitotenv.2016.05.094
https://dx.doi.org/10.1016/j.scitotenv.2016.05.094
https://dx.doi.org/10.1002/etc.5620170203
https://dx.doi.org/10.1002/etc.5620170203
https://dx.doi.org/10.1351/pac200375112287
https://dx.doi.org/10.1016/j.chemosphere.2014.11.061
https://dx.doi.org/10.1016/j.chemosphere.2014.11.061
https://dx.doi.org/10.1016/j.chemosphere.2014.11.061
https://dx.doi.org/10.1289/ehp.95103s7165
https://dx.doi.org/10.1289/ehp.95103s7165
https://dx.doi.org/10.1016/j.aquatox.2011.07.003
https://dx.doi.org/10.1016/j.aquatox.2011.07.003
https://dx.doi.org/10.1016/j.aquatox.2011.07.003
https://dx.doi.org/10.1098/rsbl.2013.0317
https://dx.doi.org/10.1098/rsbl.2013.0317
https://dx.doi.org/10.1016/j.scitotenv.2009.10.038
https://dx.doi.org/10.1016/j.scitotenv.2009.10.038
https://dx.doi.org/10.1016/s0269-7491(99)00098-6
https://dx.doi.org/10.1016/s0269-7491(99)00098-6
https://dx.doi.org/10.1579/0044-7447(2007)36[12:eoemot]2.0.co;2
https://dx.doi.org/10.1579/0044-7447(2007)36[12:eoemot]2.0.co;2
pubs.acs.org/est?ref=pdf
https://dx.doi.org/10.1021/acs.est.0c04098?ref=pdf

Environmental Science & Technology

pubs.acs.org/est

(12) Fuchsman, P. C.; Brown, L. E; Henning, M. H,; Bock, M. J;
Magar, V. S. Toxicity Reference Values for Methylmercury Effects on
Avian Reproduction: Critical Review and Analysis. Environ. Toxicol.
Chem. 2017, 36, 294—319.

(13) Whitney, M. C.; Cristol, D. A. Impacts of Sublethal Mercury
Exposure on Birds: A Detailed Review. Rev. Environ. Contam. Toxicol.
2017, 240, 113—163.

(14) Chin, S. Y.; Hopkins, W. A,; Cristol, D. A. Mercury Alters
Initiation and Construction of Nests by Zebra Finches , but Not
Incubation or Provisioning Behaviors. Ecotoxicology 2017, 26, 1271—
1283.

(15) Scheuhammer, A. M. The Chronic Toxicity of Aluminium,
Cadmium, Mercury, and Lead in Birds: A Review. Environ. Pollut.
1987, 46, 263—295.

(16) Tan, S. W.; Meiller, J. C; Mahaffey, K. R. The Endocrine
Effects of Mercury in Humans and Wildlife. Crit. Rev. Toxicol. 2009,
39, 228.

(17) Frederick, P.; Jayasena, N. Altered Pairing Behaviour and
Reproductive Success in White Ibises Exposed to Environmentally
Relevant Concentrations of Methylmercury. Proc. Biol. Sci. 2011, 278,
1851—1857.

(18) Goutte, A.; Barbraud, C.; Meillere, A.; Carravieri, A.;
Bustamante, P.; Labadie, P.; Budzinski, H.; Delord, K.; Cherel, Y;
Weimerskirch, H.; Chastel, O. Demographic Consequences of Heavy
Metals and Persistent Organic Pollutants in a Vulnerable Long-Lived
Bird, the Wandering Albatross. Proc. R. Soc. B 2014, 281, 20133313.

(19) Goutte, A.; Barbraud, C.; Herzke, D.; Bustamante, P.; Angelier,
F.; Tartu, S.; Clément-Chastel, C.; Moe, B.; Bech, C.; Gabrielsen, G.
W.; Bustnes, J. O.; Chastel, O. Survival Rate and Breeding Outputs in
a High Arctic Seabird Exposed to Legacy Persistent Organic
Pollutants and Mercury. Environ. Pollut. 2015, 200, 1-9.

(20) Goutte, A.; Bustamante, P.; Barbraud, C.; Delord, K;
Weimerskirch, H.; Chastel, O. Demographic Responses to Mercury
Exposure in Two Closely-Related Antarctic Top Predators. Ecology
2014, 95, 107S.

(21) Beerens, J. M.; Frederick, P. C.; Noonburg, E. G.; Gawlik, D. E.
Determining Habitat Quality for Species That Demonstrate Dynamic
Habitat Selection. Evol. Ecol. 2015, S, 5685—5697.

(22) Frederick, P. C.; Spalding, M. G.; Dusek, R. Wading Birds as
Bioindicators of Mercury Contamination in Florida, USA: Annual and
Geographic Variation. Environ. Toxicol. Chem. 2002, 21, 163—167.

(23) Zabala, J; Rodriguez-Jorquera, I. A.; Orzechowski, S. C,;
Frederick, P. Non-Lethal Sampling of Avian Indicators Reveals
Reliable Geographic Signals of Mercury despite Highly Dynamic
Patterns of Exposure in a Large Wetland. Environ. Pollut. 2019, 247,
S77-S58S.

(24) Botson, B. A.; Gawlik, D. E.; Trexler, J. C. Mechanisms That
Generate Resource Pulses in a Fluctuating Wetland. PLoS One 2016,
11, No. e0158864.

(25) Lantz, S. M.; Gawlik, D. E,; Cook, M. I. The Effects of Water
Depth and Emergent Vegetation on Foraging Success and Habitat
Selection of Wading Birds in the Everglades. Waterbirds 2011, 34,
439—447.

(26) Lorenz, J. J. The Relationship between Water Level, Prey
Availability and Reproductive Success in Roseate Spoonbills Foraging
in a Seasonally-Flooded Wetland While Nesting in Florida Bay.
Wetlands 2014, 34, 201-211.

(27) Frederick, P. C.; Ogden, J. Monitoring Wetland Ecosystems
Using Avian Populations: Seventy Years of Surveys in the Everglades.
In Monitoring Ecosystems: Interdisciplinary Approaches for Evaluating
Ecoregional Initiatives; Bush, D., Trexler, J. C.,, Eds,; Island Press:
Washington, DC, 2003; pp 321—340.

(28) Williams, K. A.; Frederick, P. C.; Kubilis, P. S.; Simon, J. C. Bias
in Aerial Estimates of the Number of Nests in White Ibis and Great
Egret Colonies. J. Ornithol. 2008, 79, 438—447.

(29) Frederick, P. C.; Towles, T.; Sawicki, R. J.; Bancroft, G. T.
Comparison of Aerial and Ground Techniques for Discovery and
Census of Wading Bird (Ciconiiformes) Nesting Colonies. Condor
1996, 98, 837—841.

(30) Frederick, P. C.; Hylton, B.; Heath, J. A.; Ruane, M. Accuracy
and Variation in Estimates of Large Numbers of Birds by Individual
Observers Using an Aerial Survey Simulator. J. Ornithol. 2003, 74,
281—287.

(31) Zabala, J.; Meade, A. M.; Frederick, P. Variation in Nestling
Feather Mercury Concentrations at Individual, Brood, and Breeding
Colony Levels: Implications for Sampling Mercury in Birds. Sci. Total
Environ. 2019, 671, 617—621.

(32) Frederick, P. C.; Spalding, M. G.; Sepilveda, M. S.; Williams, G.
E.; Nico, L.; Robins, R. Exposure of Great Egret (Ardea Albus)
Nestlings to Mercury through Diet in the Everglades Ecosystem.
Environ. Toxicol. Chem. 1999, 18, 1940—1947.

(33) Gawlik, D. E. The Effects of Prey Availability on the Numerical
Response of Wading Birds. Ecol. Monogr. 2002, 72, 329—346.

(34) Bancroft, G. T.; Strong, A. M.; Sawicki, R. J.; Hoffman, W;
Jewell, S. D. Relationships among Wading Bird Foraging Patterns,
Colony Locations, and Hydrology in the Everglades. In Everglades:
The Ecosystem and its Restoration; Davis, S., Ogden, J. C., Eds.; St.
Lucie Press: Delray Beach, FL, 1994; pp 615—657.

(35) Loftus, W. F.; Eklund, A-M. Long-Term Dynamics of an
Everglades Small-Fish Assemblage. In Everglades: The Ecosystem and
its Restoration; Davis, S., Ogden, J. C., Eds.; St. Lucie Press: Delray
Beach, FL, 1994; pp 461—483.

(36) Frederick, P. C.; Collopy, M. W. Nesting Success of Five
Ciconiiform Species in Relation to Water Conditions in the Florida
Everglades. Auk 1989, 106, 625—634.

(37) Zuur, A. F; Ieno, E. N.; Walker, N.; Saveliev, A. A.; Smith, G.
M. Mixed Effects Models and Extensions in Ecology with R; Statistics for
Biology and Health; Springer: New York, NY, 2009.

(38) Burnham, K. P.; Anderson, D. R. Model Selection and
Multimodel Inference. A Practical Information-Theoretic Approach;
Springer-Verlag: New York, 2002.

(39) Nakagawa, S.; Johnson, P. C. D.; Schielzeth, H. Coefficient of
Determination R 2 and Intra-Class Correlation Coefficient ICC from
Generalized Linear Mixed-Effects Models. Evol. Ecol. 2017, 14,
20170213.

(40) Ray-Mukherjee, J.; Nimon, K.; Mukherjee, S.; Morris, D. W,;
Slotow, R.; Hamer, M. Using Commonality Analysis in Multiple
Regressions: A Tool to Decompose Regression Effects in the Face of
Multicollinearity. Methods Ecol. Evol. 2014, S, 320—328.

(41) Nimon, K. F; Oswald, F. L. Understanding the Results of
Multiple Linear Regression: Beyond Standardized Regression
Coefficients. Organ. Res. Methods 2013, 16, 650—674.

(42) Spalding, M. G.; Frederick, P. C.; McGill, H. C.; Bouton, S. N.;
McDowell, L. R. Methylmercury Accumulation in Tissues and Its
Effects on Growth and Appetite in Captive Great Egrets. J. Wildl. Dis.
2000, 36, 411—422.

(43) Renedo, M.; Bustamante, P.; Tessier, E.; Pedrero, Z.; Cherel,
Y.; Amouroux, D. Assessment of Mercury Speciation in Feathers
Using Species-Specific Isotope Dilution Analysis. Talanta 2017, 174,
100—-110.

(44) Team, R. C. R: A Language and Environment for Statistical
Computing; Vienna 2016.

(4S) Bates, D.; Maechler, M.; Bolker, B.; Walker, S. Fitting Linear
Mixed-Effects Models Using Lme4. J. Stat. Software 2015, 67, 1—48.

(46) Lefcheck, J. S. PiecewiseSEM: Piecewise Structural Equation
Modelling in r for Ecology, Evolution, and Systematics. Methods Ecol.
Evol. 2016, 7, 573—579.

(47) Jaeger, B. R2glmm: Computes R Squared for Mixed (Multilevel)
Models, 2017.

(48) Mazerolle, M. J. AICcmodavg. Model Selection and Multimodel
Inference Based on (Q)AIC(C), 2017.

(49) Wickham, H. Ggplot2: Elegant Graphics for Data Analysis;
Springer-Verlag: New York, 2009.

(50) Arnold, T. W. Uninformative Parameters and Model Selection
Using Akaike’s Information Criterion. J. Wildl. Manag. 2010, 74,
1175—-1178.

(51) Zabala, J.; Rodriguez-Jorquera, I. A.; Orzechowski, S. C,;
Frederick, P. Mercury Concentration in Nestling Feathers Better

https://dx.doi.org/10.1021/acs.est.0c04098
Environ. Sci. Technol. 2020, 54, 13786—13796


https://dx.doi.org/10.1002/etc.3606
https://dx.doi.org/10.1002/etc.3606
https://dx.doi.org/10.1007/398_2017_4
https://dx.doi.org/10.1007/398_2017_4
https://dx.doi.org/10.1007/s10646-017-1852-x
https://dx.doi.org/10.1007/s10646-017-1852-x
https://dx.doi.org/10.1007/s10646-017-1852-x
https://dx.doi.org/10.1016/0269-7491(87)90173-4
https://dx.doi.org/10.1016/0269-7491(87)90173-4
https://dx.doi.org/10.1080/10408440802233259
https://dx.doi.org/10.1080/10408440802233259
https://dx.doi.org/10.1098/rspb.2010.2189
https://dx.doi.org/10.1098/rspb.2010.2189
https://dx.doi.org/10.1098/rspb.2010.2189
https://dx.doi.org/10.1098/rspb.2013.3313
https://dx.doi.org/10.1098/rspb.2013.3313
https://dx.doi.org/10.1098/rspb.2013.3313
https://dx.doi.org/10.1016/j.envpol.2015.01.033
https://dx.doi.org/10.1016/j.envpol.2015.01.033
https://dx.doi.org/10.1016/j.envpol.2015.01.033
https://dx.doi.org/10.1890/13-1229.1
https://dx.doi.org/10.1890/13-1229.1
https://dx.doi.org/10.1002/ece3.1813
https://dx.doi.org/10.1002/ece3.1813
https://dx.doi.org/10.1002/etc.5620210123
https://dx.doi.org/10.1002/etc.5620210123
https://dx.doi.org/10.1002/etc.5620210123
https://dx.doi.org/10.1016/j.envpol.2019.01.057
https://dx.doi.org/10.1016/j.envpol.2019.01.057
https://dx.doi.org/10.1016/j.envpol.2019.01.057
https://dx.doi.org/10.1371/journal.pone.0158864
https://dx.doi.org/10.1371/journal.pone.0158864
https://dx.doi.org/10.1675/063.034.0406
https://dx.doi.org/10.1675/063.034.0406
https://dx.doi.org/10.1675/063.034.0406
https://dx.doi.org/10.1007/s13157-012-0364-y
https://dx.doi.org/10.1007/s13157-012-0364-y
https://dx.doi.org/10.1007/s13157-012-0364-y
https://dx.doi.org/10.1111/j.1557-9263.2008.00197.x
https://dx.doi.org/10.1111/j.1557-9263.2008.00197.x
https://dx.doi.org/10.1111/j.1557-9263.2008.00197.x
https://dx.doi.org/10.2307/1369865
https://dx.doi.org/10.2307/1369865
https://dx.doi.org/10.1648/0273-8570-74.3.281
https://dx.doi.org/10.1648/0273-8570-74.3.281
https://dx.doi.org/10.1648/0273-8570-74.3.281
https://dx.doi.org/10.1016/j.scitotenv.2019.03.382
https://dx.doi.org/10.1016/j.scitotenv.2019.03.382
https://dx.doi.org/10.1016/j.scitotenv.2019.03.382
https://dx.doi.org/10.1002/etc.5620180912
https://dx.doi.org/10.1002/etc.5620180912
https://dx.doi.org/10.1890/0012-9615(2002)072[0329:teopao]2.0.co;2
https://dx.doi.org/10.1890/0012-9615(2002)072[0329:teopao]2.0.co;2
https://dx.doi.org/10.1098/rsif.2017.0213
https://dx.doi.org/10.1098/rsif.2017.0213
https://dx.doi.org/10.1098/rsif.2017.0213
https://dx.doi.org/10.1111/2041-210x.12166
https://dx.doi.org/10.1111/2041-210x.12166
https://dx.doi.org/10.1111/2041-210x.12166
https://dx.doi.org/10.1177/1094428113493929
https://dx.doi.org/10.1177/1094428113493929
https://dx.doi.org/10.1177/1094428113493929
https://dx.doi.org/10.7589/0090-3558-36.3.411
https://dx.doi.org/10.7589/0090-3558-36.3.411
https://dx.doi.org/10.1016/j.talanta.2017.05.081
https://dx.doi.org/10.1016/j.talanta.2017.05.081
https://dx.doi.org/10.18637/jss.v067.i01
https://dx.doi.org/10.18637/jss.v067.i01
https://dx.doi.org/10.1111/2041-210x.12512
https://dx.doi.org/10.1111/2041-210x.12512
https://dx.doi.org/10.2193/2009-367
https://dx.doi.org/10.2193/2009-367
https://dx.doi.org/10.1021/acs.est.8b05424
pubs.acs.org/est?ref=pdf
https://dx.doi.org/10.1021/acs.est.0c04098?ref=pdf

Environmental Science & Technology

pubs.acs.org/est

Predicts Individual Reproductive Success than Egg or Nestling Blood
in a Piscivorous Bird. Environ. Sci. Technol. 2019, 53, 1150—1156.

(52) Sens, E. J; Dauwe, T.; Pinxten, R; Eens, M. Breeding
Performance of Great Tits (Parus Major) along a Gradient of Heavy
Metal Pollution. Environ. Toxicol. Chem. 2003, 22, 1140—1145.

(53) Hornfeldt, B.; Nyholm, N. E. I. Breeding Performance of
Tengmalm ’ s Owl in a Heavy Metal Pollution Gradient. J. Appl. Ecol.
1996, 33, 377—386.

(54) Heinz, G. H,; Hoffman, D. J.; Klimstra, J. D.; Stebbins, K. R;;
Kondrad, S. L.; Erwin, C. A. Species Differences in the Sensitivity of
Avian Embryos to Methylmercury. Arch Environ Contam Toxicol
2009, 56, 129—138.

(55) Forrester, D. J; Spalding, M. G. Parasites and Diseases of Wild
Birds in Florida; University Press of Floida: Gainesville, 2003.

(56) Frederick, P. C.; Collopy, M. W. The Role of Predation in
Determining Reproductive Success of Colonially Nesting Wading
Birds in the Florida Everglades. Condor 1989, 91, 860—867.

(57) Spalding, M. G.; Frederick, P. C.; McGill, H. C.; Bouton, S. N.;
Richey, L. J.; Schumacher, I. M.; Blackmore, C. G. M.; Harrison, J.
Histologic, Neurologic, and Immunologic Effects of Methylmercury in
Captive Great Egrets. J. Wildl. Dis. 2000, 36, 423—435.

(58) Cairns, J. The Threshold Problem in Ecotoxicology.
Ecotoxicology 1992, 1, 3—16.

(59) Inderjit; Weston, L. A. Are Laboratory Bioassays for
Allelopathy Suitable for Prediction of Field Responses? J. Chem.
Ecol. 2000, 26, 2111—-2118.

(60) Vignati, D. A. L.; Ferrari, B. t. J. D.; Dominik, J. Laboratory-to-
Field Extrapolation in Aquatic Sciences. Environ. Sci. Technol. 2007,
41, 1067—1073.

(61) Heath, J. A.; Frederick, P. C.; Kushlan, J. A.; Bildstei, K. L.
White Ibis. https://birdsna.org/Species-Account/bna/species/
whiibi/introduction (accessed Dec 11, 2019).

(62) Sih, A; Bell, A. M.; Kerby, J. L. Two Stressors Are Far Deadlier
than One. Trends Ecol. Evol. 2004, 19, 274—276.

13796

https://dx.doi.org/10.1021/acs.est.0c04098
Environ. Sci. Technol. 2020, 54, 13786—13796


https://dx.doi.org/10.1021/acs.est.8b05424
https://dx.doi.org/10.1021/acs.est.8b05424
https://dx.doi.org/10.1002/etc.5620220524
https://dx.doi.org/10.1002/etc.5620220524
https://dx.doi.org/10.1002/etc.5620220524
https://dx.doi.org/10.2307/2404759
https://dx.doi.org/10.2307/2404759
https://dx.doi.org/10.1007/s00244-008-9160-3
https://dx.doi.org/10.1007/s00244-008-9160-3
https://dx.doi.org/10.2307/1368070
https://dx.doi.org/10.2307/1368070
https://dx.doi.org/10.2307/1368070
https://dx.doi.org/10.7589/0090-3558-36.3.423
https://dx.doi.org/10.7589/0090-3558-36.3.423
https://dx.doi.org/10.1007/bf00702652
https://dx.doi.org/10.1023/a:1005516431969
https://dx.doi.org/10.1023/a:1005516431969
https://dx.doi.org/10.1021/es0724745
https://dx.doi.org/10.1021/es0724745
https://birdsna.org/Species-Account/bna/species/whiibi/introduction
https://birdsna.org/Species-Account/bna/species/whiibi/introduction
https://dx.doi.org/10.1016/j.tree.2004.02.010
https://dx.doi.org/10.1016/j.tree.2004.02.010
pubs.acs.org/est?ref=pdf
https://dx.doi.org/10.1021/acs.est.0c04098?ref=pdf

