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ARTICLE INFO ABSTRACT

Keywords: Western Lake Erie (WLE) experiences anthropogenic eutrophication and annual, toxic cyanobacterial blooms of
Harmful algal blooms non-nitrogen (N) fixing Microcystis. Numerous studies have shown that bloom biomass is correlated with an
Nitrogen increased proportion of soluble reactive phosphorus loading from the Maumee River. Long term monitoring
1];/2‘1:05;23 shows that the proportion of the annual Maumee River N load of non-nitrate N, or total Kjeldahl nitrogen (TKN),

has also increased significantly (Spearman's p = 0.68, p = 0.001) over the last few decades and is also sig-
nificantly correlated to cyanobacterial bloom biomass (Spearman's p = 0.64, p = 0.003). The ratio of chemically
reduced N to oxidized N (TKN:NO3) concentrations was also compared to extracted chlorophyll and phyco-
cyanin concentrations from all weekly sampling stations within WLE from 2009 to 2015. Both chlorophyll
(Spearman's p = 0.657, p < 0.0001) and phycocyanin (Spearman's p = 0.714, p < 0.0001) were significantly
correlated with TKN:NO3. This correlation between the increasing fraction of chemically reduced N from the
Maumee River and increasing bloom biomass demonstrates the urgent need to control N loading, in addition to
current P load reductions, to WLE and similar systems impacted by non-N-fixing, toxin-producing cyanobacteria.

1. Introduction

Western Lake Erie (WLE) experiences anthropogenic eutrophication
and annual, toxic cyanobacterial blooms (CHABs; Stumpf et al., 2012).
A highly publicized example of the risks of CHABs was the shutdown of
Toledo, Ohio's drinking water system in August 2014 (Steffen et al.,
2017; Wilson, 2014). The economic impact of the 2014 bloom was
estimated at $65 million, with a local impact over 30 years of $1.4
billion if blooms were to recur annually (Bingham et al., 2015). Re-
acting to toxin events is expensive and unsustainable and does not re-
solve the ultimate cause of CHABs, external nutrient loading, including
both nitrogen (N) and phosphorus (P). For systems at human-aquatic
interfaces to be sustainable, long-term strategies to reduce external
nutrient loads must be developed to prevent CHABs (Paerl et al., 2016).
Climate change is also forecast to exacerbate these harmful CHABs via
the combined effects of higher water temperatures, evaporation rates,
carbon dioxide, and altered flood/drought intensities (O’Neil et al.,
2012; Paerl and Huisman, 2009).

Historically, most research and lake management efforts have
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focused on P in the Great Lakes and elsewhere (e.g., Schindler et al.,
2016; Stumpf et al., 2012; Dove and Chapra, 2015). These management
efforts are based on strong, significant relationships between P load and
total bloom biomass (Kane et al., 2014; Scavia et al., 2014; Stumpf
et al.,, 2012). The fraction of P as soluble reactive P (SRP) in the
Maumee River P load has increased in recent decades, corresponding to
increases in CHAB biomass (Baker et al., 2014; Stow et al., 2015).
Models predicting bloom biomass in WLE are based on river discharge
and nutrient load, as runoff from precipitation flushes P from soils into
the Maumee River (Michalak et al., 2013; Stow et al., 2015; Ho and
Michalak, 2017). August bloom biomass correlates with spring P load
and discharge from the Maumee River beginning in the 1990s (Stumpf
et al., 2012), but not with NO3;~ (Kane et al., 2014). There is a temporal
disconnect between spring P loading and the onset of the CHAB, typi-
cally in late July and early August, however. The relationship between
P load, and the SRP proportion of the total P load, and CHABs in WLE is
well established and broadly acknowledged; thus, the focus of this
study is on the impact of the composition of N loads to WLE. This study
will not dwell further on these well established and acknowledged
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patterns for P and SRP, and the authors stress that continued efforts to
reduce external P loading, in WLE and elsewhere, is prudent and ne-
cessary.

The focus on P as the primary nutrient for CHABs in WLE, and, to a
lesser extent, studies evaluating oxidized N forms (e.g., NO3;~; Kane
et al., 2014; Dove and Chapra, 2015), have led to severe gaps in our
understanding of the role of N cycling and loading in causing and
maintaining CHABs and toxicity. A recent review suggested that man-
agement efforts to reduce P pollution, without simultaneously con-
trolling N, have caused nutrient imbalances in eutrophic systems, which
may favor CHABs that cannot fix atmospheric N, gas (Gobler et al.,
2016). Modern CHABSs (since the mid-1990 s) in Lake Erie are primarily
comprised of the non-N-fixing Microcystis, while CHABs prior to P load
reductions in the 1970 s were mostly potential N-fixers (e.g., Aphani-
zomenon and Dolichospermum, formerly Anabaena; Wacklin et al., 2009;
Steffen et al., 2014). In WLE, Microcystis dominates summer and fall
blooms (Berry et al., 2017; Steffen et al., 2017), while potential N-fixers
typically represent a nominal (< 5%) proportion of the phytoplankton
population (Berry et al., 2017), despite persistent N limitation (Chaffin
et al., 2013; Chaffin and Bridgeman, 2014; Chaffin et al., 2014). Per-
sistence of toxin-producing, non-N-fixing CHABs during N limited
conditions is commonly observed in eutrophic lakes (e.g., Chaffin et al.,
2014; McCarthy et al., 2016, 2013; Paerl et al., 2014).

The N needed to fuel biomass and toxin production in non-N-fixing
CHABs is delivered mostly from agriculture (e.g., fertilizer runoff;
Robertson and Saad, 2011). Bioavailable N is present in chemically
reduced (e.g., urea, NH,*, and DON) and oxidized forms (e.g., NO3~
and NO, ), which are assimilated, transformed, and recycled at dif-
ferent rates. NH, " is the preferred N source for most primary producers
(Syrett, 1981), including cyanobacteria (Glibert et al., 2016;
Monchamp et al., 2014), but urea is also an efficient N source for
CHABs (Belisle et al., 2016). Non-N-fixing cyanobacteria are superior
competitors for NH,* relative to eukaryotic taxa (Blomqvist et al.,
1994; Glibert et al., 2016; Hutchins et al., 2003; Monchamp et al.,
2014). The inability of these cyanobacteria to fix atmospheric N and
their strong affinity for chemically reduced N suggests an important
role for external N loads from the watershed and internal N recycling
mechanisms in modulating total biomass and, especially, CHAB com-
munity composition and toxicity. Indeed, Microcystis blooms in WLE
respond quickly and strongly to N inputs, especially reduced N forms
(Chaffin et al., 2013; Chaffin and Bridgeman, 2014; Chaffin et al.,
2018). In addition, the toxin produced by Microcystis (and other cya-
nobacteria), microcystin, requires 10N atoms per molecule (to 49
carbon atoms), and production of microcystins is strongly correlated
with bioavailable N (Davis et al., 2015). Conversely, low NH;* con-
centrations inhibit toxin production by blocking promoter sites for the
microcystin gene operon, mcy (Kuniyoshi et al., 2011). Globally, CHABs
producing toxins that interfere with resource utilization (e.g., drinking
water, recreation, fisheries) in lakes are usually associated with non-N-
fixing taxa in general, and Microcystis in particular (e.g., Lake Erie,
Steffen et al., 2017; Lake Okeechobee, Rosen et al., 2017; Taihu Lake,
Krausfeldt et al., 2017).

The Maumee River drains a mostly agricultural watershed and
discharges into WLE, supplying ~50% of the total nutrient loads
(Maccoux et al., 2016; Verhamme et al., 2016), but only about 3% of
the water volume, while about 95% is from the Detroit River (Joosse
and Baker, 2011). The Maumee River discharge is episodic compared
with the Detroit River: standard deviation of the monthly discharge
compared with the mean is < 3% from March to October between
2008-2015 for the Detroit River (USGS 04165710 Detroit River at Fort
Wayne at Detroit, MI), while the Maumee River discharge varied >
100% for the same time periods (USGS Gage Station 04193500
Maumee River at Waterville OH). Thus, the focus on the correlation
between nutrient loadings and HAB development has largely centered
on the Maumee River. Most farmers in the Maumee River watershed
add N fertilizer as manure, anhydrous ammonia and/or urea, or some
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combination of multiple N forms, to cultivated fields (Millar et al.,
2014). The average annual total Kjeldahl N (TKN; NH,* + dissolved
organic and bound N) load from the Maumee River to Lake Erie is about
9000 metric tons, compared to about 400 metric tons of dissolved re-
active P (Richards et al., 2010). While not all of this TKN is immediately
or even ultimately bioavailable to primary producers (Lewis and
Wurtsbaugh, 2008), proportions of TKN not immediately bioavailable
to primary producers can be expected to represent N that will likely
become bioavailable after discharge and subsequent, likely rapid, re-
mineralization (Gardner et al., 2017). Numerous studies confirm that
the amount of rapidly recycled N, from phytoplankton biomass and
other remineralizable, bound N, can often exceed external N loads and
fuel continued biomass and toxin production (e.g., McCarthy et al.,
2007; Paerl et al., 2011; McCarthy et al., 2013; Glibert et al., 2016;
McCarthy et al., 2016), but the N available for internal recycling is
ultimately controlled by external loading.

Dissolved organic N (DON), especially urea, is also a key driver of
CHABs (Belisle et al., 2016), as it can be assimilated directly or after
extracellular enzyme hydrolysis to NH, " (Glibert et al., 2016). DON is
often abundant in aquatic ecosystems, but little research has focused on
its role in CHABs (Gobler et al., 2016), despite its direct and subsequent
(via hydrolysis) bioavailability. The speciation of available N can thus
strongly influence phytoplankton community structure, with reduced N
(NH4* and urea) promoting cyanobacteria (McCarthy et al., 2009). The
proportion of fertilizer added as reduced N has increased since the mid
1990s, both globally (Glibert et al., 2006) and in Ohio (Millar et al.,
2014), exacerbating Lake Erie’s eutrophication problem. Historically,
little modeling or management effort has been expended to understand
or quantify the fate of this N input into WLE or elsewhere.

N loading reduction recommendations have not been included in
documents urging additional P control in the Lake Erie watershed (e.g.,
Dove and Chapra, 2015; Michalak et al., 2013; Scavia et al., 2014;
Stumpf et al., 2012; 1JC, 2014), although there is mounting evidence
that N control is also needed (Gobler et al., 2016). Indeed, arguments
for N control on a global scale are gaining significant traction, since the
massive increase in reactive N levels, primarily due to Haber-Bosch N
fixation for fertilizer production, has been linked to loss of biodiversity,
climate change, water and air pollution, and hypoxic zones (Erisman
et al., 2015). Of great concern in Lake Erie is the connection between N
and cyanotoxins (e.g., Gobler et al., 2016), and numerous studies show
that the combination of N and P usually results in higher cyanobacteria
biomass than either nutrient added singularly (Elser et al., 2007; Lewis
and Wurtsbaugh, 2008; Paerl et al., 2016; Scott and McCarthy, 2010).

The importance of N as a potential driver of CHABs in Lake Erie has
been largely overlooked, as total N loads have not increased sig-
nificantly in the last two decades (Kane et al., 2014; Stow et al., 2015),
and there was no significant correlation between annual NO5; ™~ load and
increasing bloom biomass (Kane et al., 2014). Perhaps that should be
expected as these relationships treat all N as equally bioavailable, or
focus only on TN or NO3; ™, when cyanobacteria have a much stronger
affinity for reduced N (in terms of oxidation state; e.g. non-NO,). The
proportion of non-nitrate N in the Maumee River load has increased
significantly in recent decades. The focus of this paper is the hypothesis
that this increase in non-nitrate N is significantly correlated with CHAB
biomass on a long term (annual Maumee loads) and short term (weekly
monitoring concentration) basis. This hypothesis was investigated from
two long terms datasets: (1) the National Center for Water Quality
Research (NCWQR) monitoring of the Maumee River loads; and (2) the
NOAA Great Lakes Environmental Research Laboratory (GLERL)
weekly summer/fall monitoring in WLE. The focus is on TKN because it
includes immediately bioavailable N (e.g., NH,* and urea) and readily
remineralizable, bound N (including phytoplankton biomass) and has
been reported since NCWQR monitoring began in the 1970s. NH,™*,
which is difficult to measure accurately in situ because of its high
bioreactivity (McCarthy et al., 2013), and dissolved or particulate or-
ganic N values are not reported separately in these datasets.
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2. Methods

For comparisons between N loading, availability, and bloom bio-
mass, two long-term datasets were analyzed.

2.1. NCWQR Maumee loads

Nutrient concentration and loading data for the Maumee River to
WLE is monitored and published through the NCWQR tributary mon-
itoring program (Richards et al., 2010). Three water samples for nu-
trient analysis are collected daily using an automated system and stored
refrigerated at the U.S. Geological Survey gaging station on the
Maumee River at Waterville, OH. Only one sample per day is analyzed
unless the river experiences high flow and high turbidity (Richards
et al., 2010). The database can be accessed at http://www.heidelberg.
edu/academiclife/distinctive/ncwqr/data. Nitrogen analyzed and re-
ported by NCWQR includes oxidized (nitrate; NO3;~ + nitrite; NO, ™)
and reduced (TKN) forms. Nitrate and NO, ™~ are analyzed using EPA
method 300.1 using a Dionex ion chromatograph. Ammonium and
dissolved or particulate organic N values are not reported separately,
but TKN has been reported since monitoring began. The molar ratio of
TKN to NOs3- (TKN:NO3) was calculated for every weekly monitoring
sample reported in the NCWQR dataset. Zero or negative concentration
values were assigned at the detection limit (0.005 mg/L) to maintain
rational values. Weekly TKN:NO3 was averaged over each year for
comparison to bloom biomass data. Annual loads of TKN and NOs-
based on flow-weighted discharge values were also calculated by the
NCWQR template, and then the ratio of the total load of each N pool
was correlated with the annual cyanobacterial bloom biomass values.

2.2. Bloom biomass

Annual cyanobacterial bloom biomass values were reported by Kane
et al (2014) through 2010 and updated with data from the Annex 4
Objectives and Targets Task Team Final Report to the Nutrients Annex
Subcommittee (Annex 4, 2015) based on Fig. 3 in Stumpf et al. (2012).
WLE sampling sites and protocols are described in Conroy et al. (2005),
and cell counts were determined based on microscope counts of cya-
nobacterial cells collected from integrated water sampling from the
surface to twice the Secchi depth. Stumpf et al. (2012) cyanobacterial
cell counts were calculated from satellite images. Briefly, cyano-
bacterial biomass was calculated for 10-day composite images, and
intensity was derived by summing the value of the Cyanobacterial
Index at all pixels within the potential bloom area of each composite.
Stumpf et al. (2012) calculated the Cyanobacterial Index as opposite of
the product of the spectral shape around 681 nm band (definition from
Wynne et al., 2008). The annual bloom severity was determined by
averaging the highest three consecutive 10 day composites (Stumpf
et al., 2012). Total bloom cell counts were converted to wet weight per
mL for equivalency with Kane et al. (2014) by dividing by the volume of
WLE and assuming a cell wet weight of 200 pg (the most conservative
value from Long et al. (2001)).

2.3. NOAA GLERL western basin monitoring

In WLE, NOAA GLERL, in collaboration with Cooperative Institute
for Great Lakes Research (CIGLR), monitors eight stations bi-weekly in
May/June and weekly from July-October (with some variance between
years) to quantify Microcystis abundance and toxicity, nutrient con-
centrations, pigments, and other environmental parameters, since
2008; however, this manuscript only incorporates the data collected
between 2009-2015 as the 2008 sampling was very limited.
Chlorophyll a-inferred biomass was measured by concentrating lake
water on a GF/F filter (Whatman, 47 mm), extracting with acetone or
N,N-dimethylformamide under low light, and analyzing with a 10 AU
fluorometer (Turner Designs; Speziale et al., 1984). Filters for
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phycocyanin-inferred biomass were collected as described above and
extracted in phosphate buffer (Ricca Chemical, pH 6.8) using two
freeze-thaw cycles, followed by sonication (Horvath et al., 2013). Re-
lative fluorescence was measured on a Turner Aquafluor fluorometer
and converted to phycocyanin concentration using a calibration curve
from a series of dilutions of a commercial standard (Sigma-Aldrich).

For dissolved nutrients, duplicate whole water samples were col-
lected in a triple rinsed (ultrapure water) 20 mL syringe, filtered in the
lab through a sample-rinsed 0.22 um nylon filter into a 15 mL vial, and
stored at —20°C until analysis. Nutrient concentrations were de-
termined using standard automated colorimetric procedures as mod-
ified by Davis and Simmons (1979) on a Seal QuAAtro according to
methods detailed by the manufacturer. NH,* was determined by the
Berthelot reaction in which NH,* ions react with salicylate and free
chlorine to form a blue-green complex. NO3+ NO, was determined by
the cadmium reduction method.

Particulate microcystins (MCs) were measured by filtering whole
lake water onto a 25 mm, 3 um polycarbonate membrane and kept at
— 20 °C until analysis (Filtrate was frozen for dissolved MC). Particulate
MCs were extracted from samples using a combination of physical and
chemical lysis techniques. All samples were resuspended in 1 mL of
molecular grade water (pH 7; Sigma-Aldrich, St. Louis, MO) and sub-
jected to three freeze/thaw cycles before the addition of QuikLyse re-
agents (Abraxis LLC; Warminster, PA) per manufacturer’s instructions.
The samples were then centrifuged for 5min at 2000 x g to pellet cel-
lular debris. The concentrations of microcystins (reported as micro-
cystin-LR equivalents) were measured using a microcystin enzyme-
linked immunosorbent assay (ELISA; Abraxis LLC) following Fischer
et al. (2001). This assay is largely congener-independent since it detects
the ADDA moiety, which is found in almost all MCs. These analyses
yielded a detection limit of 0.04 ugL ™' for microcystins.

Values for all stations (excluding any surface scum samples) were
averaged by week. Although NOAA GLERL does not monitor TKN or
DON, ratios of reduced N (NH,* + PON) to oxidized N (NO3~ +
NO, ") concentrations were compared, for consistency with NCWQR
data, to bloom biomass proxies (extracted chlorophyll a and phyco-
cyanin).

2.4. Statistics

Each dataset was analyzed for normality using the Anderson-Darling
test. Data were determined to be non-normal, so nonparametric sta-
tistical tests were used to analyze differences between datasets, variable
correlations, and significance of paired data within datasets using
JMP13 (SAS). Nonparametric correlations between paired data were
analyzed using Spearman's rank correlation (p). The Kruskal-Wallis
Rank Sum Test was used to determine if groups of data were sig-
nificantly different (similar to ANOVA). The Wilcoxin Rank Sign Test
for paired data was used to determine if groups of paired data were
significantly different (similar to Student’s t-test). Correlations were
evaluated with a Spearman’s p rank correlation (significant at
p < 0.05). There is some disagreement regarding the appropriate use
of non-parametric tests, so linear regressions of natural log-transformed
data have been included in the supplementary information, where ap-
plicable. Linear regressions and Michaelis-Menton correlations were
determined in KaleidaGraph 4.5.2 (Synergy).

3. Results
3.1. Maumee River N load

Weekly monitoring of the Maumee River since the 1970 s from the
NCWQR shows that the annual average of the fraction of reduced (TKN)
to oxidized N (TKN:NO3) from all NCWQR weekly sampling events
shows a significant positive increase over time since the 1970 s (Fig. 1;
Spearman's p = 0.45, p = 0.02) and a stronger increase since 1995
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Fig. 1. The Maumee River non-nitrate fraction of the N load (TKN:NO3) has
increased over time (time-weighted loads from the Heidelberg NCWQR mon-
itoring data.) Values are annual averages of weekly sampling ratios from 1976
to 2015.
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Fig. 2. Weekly TKN:NOj3 ratio of Maumee River N load in the 1980s (dark
blue), 1990s (light blue), and post-2000 (orange). Values below 1 are not
displayed (For interpretation of the references to colour in this figure legend,
the reader is referred to the web version of this article).

(Spearman's p = 0.68, p = 0.001). After 2000, TKN:NO; values are
significantly greater than those from the 1970s, 1980s, and 1990 s
(Kruskal-Wallis Rank Sum Test, p < .0001; Wilcoxon Rank Sign Test,
p < 0.0001 between all groupings; values above 1 shown in Fig. 2).
Increases in the weekly TKN:NO3 occur between the months of May
and October (Fig. 3). There is a strong, significant correlation between
the total WLE cyanobacterial bloom biomass and the annual average
TKN:NO; from weekly sampling from the Maumee River between
1996-2015 (Spearman's p = 0.64, p = 0.003; Fig. 4; log-transformed
linear relationship also shown in Supplementary Fig. S1).

3.2. NOAA GLERL WLE weekly monitoring data

Weekly seasonal monitoring at the NOAA GLERL sampling stations
in WLE from 2009 to 2015 shows similar trends (Table 1). TKN is not
measured in this monitoring program, so the ratio of reduced N (sum of
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19805 (dark blue diamonds), 1990s (light blue squares), and post-2000 (or-
ange circles). Values below 1 are not displayed (For interpretation of the re-
ferences to colour in this figure legend, the reader is referred to the web version
of this article).
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Table 1

Correlations (Spearman’s p) between concentrations of geochemical parameters
from NOAA GLERL weekly monitoring across all stations from 2009 to 2015.
Significant p values are bolded.

Extracted chlorophyll Extracted
phycocyanin
TKN/NO3 0.657 0.548
P < .0001 < 0.0001
NH4* —0.527 —0.465
P < .0001 < 0.0001
PON 0.650 0.714
P < .0001 < .0001
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Fig. 5. TKN:NO; versus extracted chlorophyll across all stations averaged by
week (from NOAA GLERL monitoring in WLE 2009-2015).

NH," and PON) to oxidized N (NOx) concentrations from the NOAA
GLERL monitoring data was used as a similar measure. Here, this ratio
is referred to as TKN:NOj for consistency with the NCWQR dataset.
There was a significant positive relationship between TKN:NO;3; and
extracted chlorophyll (linear regression, R = 0.71; Fig. 5), and non-
parametric analysis showed a highly significant correlation (Spearman's
p = 0.657, p < 0.0001). Linear regression of log-transformed data
showed a similar, significant trend (Supplementary Fig. 2). TKN:NO3
was also significantly correlated with extracted phycocyanin (Spear-
man's p = 0.548, p < 0.0001). PON was also highly correlated with
extracted chlorophyll (Spearman's p = 0.650, p < 0.0001) and ex-
tracted phycocyanin (Spearman's p = 0.714, p < 0.0001). NH," con-
centrations were negatively correlated with both extracted chlorophyll
(Spearman's p = —0.527; p < 0.0001) and extracted phycocyanin
(Spearman's p = —0.465, p < 0.0001 for NH4*).

4. Discussion

This study used two long-term datasets to better understand how
changes in the Lake Erie N pool may be influencing bloom size, dura-
tion, and toxicity. Previous studies have clearly demonstrated links
between N and bloom toxicity in microcystin-producing blooms (Gobler
et al., 2016; Bullerjahn et al., 2016). Here, this study shows a link be-
tween changing ratios of N forms (TKN:NO3) and increases in bloom
size. The importance of N as a driver of bloom biomass has been largely
overshadowed by P, as TN loading has not increased, and NO3~ con-
centration and average monthly loads from the Maumee River have
decreased since the early 2000’s (Kane et al., 2014; Stow et al., 2015).
Monitoring data from the NCWQR, however, show that the Maumee
River N load has become significantly more reduced, in terms of oxi-
dation state, over time (Fig. 1). That is, the TKN proportion of the total
N load has increased. Not only has the TKN:NO3; from all NCWWR
weekly sampling events significantly increased since the 1970s
(p = 0.02), but the correlation is stronger with time since 1995
(Spearman's p = 0.45 vs. p = 0.68, p = 0.001), when CHABs returned
to Lake FErie. Likewise, current (post-2000) TKN:NO; values are sig-
nificantly greater than those from the 1970s, 1980s, and 1990s
(p < .0001). This increase in chemically reduced N forms has led to a
more favorable environment for cyanobacterial growth by taxa not
capable of fixing atmospheric N. Previous work has shown that in-
creased TN promotes cyanobacteria growth (Downing et al., 2001) and
toxicity (Scott et al., 2013; Davis et al., 2015; Harke et al., 2016), but an
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increase in the proportion of reduced N (NH,* and urea) also favors
cyanobacterial growth over diatoms (Blomqvist et al., 1994; McCarthy
et al., 2009; Glibert et al., 2016).

The timing of the TN shift to predominantly non-NOs is also critical,
as those increases occur between the critical months of May (fertiliza-
tion is recommended after spring planting; Millar et al., 2014) and
October (Fig. 3). With regard to onset of the bloom, there is a dis-
connect between the delivery of SRP with spring rain (March to June;
Stumpf et al., 2016) and the onset of the bloom in July (Bridgeman
et al., 2013). This disconnect in the timing of the SRP delivery and HAB
onset is particularly puzzling given that the residence time of WLE is, on
average, 51 days (Millie et al., 2009) and likely much shorter during
higher discharges typically observed in spring. Thus, some proportion
of spring P loads likely passes through WLE to the central basin during
the critical spring loading period. Presumably, the majority of the TP is
maintained in WLE within biomass and subsequently recycled, given
the strong relationship between total annual bloom size and TP load. In
direct contrast, the timing of the Microcystis bloom (which may also be
tied to temperature or other factors) is very similar to the timing of the
shift in the Maumee N load from predominantly NOs;~ to pre-
dominantly TKN, where the highest ratios of TKN:NO3 typically occur
after July 1, around July 10 or Julian Day 191 (Fig. 3). This coincides
very closely with the onset of the annual summer HAB. Increased N
turnover from bloom biomass may further increase the TKN:NO3 ratio
as nitrate is drawn down. However, Maumee loading data from July
through October already shows a median TKN:NO3 ratio of 16:1 and a
mean ratio of 66:1 since 2000, so the external N source is already
heavily weighted toward reduced N.

As mentioned previously, the resurgence of cyanobacterial blooms
in WLE significantly and positively correlates with increased SRP
loading from the Maumee River (Kane et al., 2014; Baker et al., 2014;
Michalak et al., 2013), but no similar correlation was found for the TN
or NO3; ™ loads and annual bloom biomass (Kane et al., 2014). There is,
however, a strong, significant correlation between WLE cyanobacterial
bloom biomass and the annual average TKN:NOj3 from weekly Maumee
River sampling from 1996 to 2015 (p = 0.003). TKN includes organic,
particulate N in cells and therefore could have a tautologous relation-
ship with cyanobacterial cell biomass (e.g., Lewis and Wurtsbaugh,
2008). Similarly, the relationship between TP and chlorophyll has fre-
quently been used to argue that P is the main driver and limiting factor
for bloom biomass (Schindler et al., 2008; Paterson et al., 2011). In the
case of TKN, though, internal and repeated recycling of biomass to
readily bioavailable N suggests a potentially compounding effect for the
biomass component of TKN.

Remineralization of organic matter and, therefore, recycling of
NH,* happens very quickly within cyanobacterial blooms (Gardner
and Lee, 1975; Paerl et al., 2011; McCarthy et al., 2013). For example,
recycling rates were an order of magnitude higher during the cyano-
bacterial bloom in WLE in 2015 than before or after the bloom (Gardner
et al., 2017). Reduced N (NH,") concentrations also remained high
enough during the 2010 bloom to sustain high biomass (Chaffin et al.,
2011). In Lake Taihu and Missisquoi Bay, Lake Champlain, regeneration
of NH," from organic matter has vastly exceeded total annual N loads
and was an important factor supporting summer CHABs (McCarthy
et al., 2007; Paerl et al., 2011; Hampel et al., 2018; McCarthy et al.,
2013). Thus, TKN includes a pool of N that is both immediately bioa-
vailable (e.g., NH," and urea) and very likely to become bioavailable
over short time periods (e.g., seasonal).

Given the significant relationship between TKN:NO; in the Maumee
River load to annual cyanobacterial bloom biomass in WLE, the re-
lationship for the weekly NOAA GLERL sampling stations in WLE from
2009 to 2015 was also examined. There was a significant positive re-
lationship between TKN:NOs and extracted chlorophyll (Fig. 5) and
phycocyanin. PON alone was also signficantly correlated with extracted
chlorophyll (p < 0.0001) and phycocyanin (p < 0.0001), although
this relationship is tautalogous (Lewis and Wurtsbaugh, 2008) and
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expected to strongly correlate with biomass. There was a significant,
positive relationship between PON and particulate microcystins, al-
though the correlation was not as strong, but this relationship may also
be tautalogous, as microcystin includes 10 N atoms (Davis et al., 2015).

NH,* concentrations were negatively correlated with both ex-
tracted chlorophyll and extracted phycocyanin (p < 0.0001 for both).
Given the high bioavailability of NH,*, any increase in cyanobacterial
biomass would be expected to coincide with a strong drawdown of
NH,". Despite this, the importance of NH,* is often overlooked (e.g.,
Dove and Chapra, 2015) because concentrations are often low or un-
detectable during traditional, ‘snapshot’ sampling. Snapshot con-
centration measurements do not accurately reflect availability; rather,
turnover rates (e.g., uptake and regeneration) must be measured to
determine its actual availability to primary producers. TKN includes
PON bound in cells, which are often readily remineralized to dissolved
inorganic forms (e.g., (Gardner and Lee, 1975), and is a better reflection
of N that is either immediately bioavailable or can be remineralized
quickly (Gardner et al., 1989; Gardner et al., 2017).

These data show strong, significant relationships between increases
in the reduced fraction of TN (both in the annual load from the Maumee
and in the measured concentrations at WLE monitoring sites) and an-
nual cyanobacterial bloom biomass, total chlorophyll, and phyco-
cyanin. Consideration of only NO3 ™~ or TN is not sufficient to monitor or
predict bloom severity and toxicity. While others have shown a clear
relationship between N concentrations and toxicity (Gobler et al.,
2016), and TN and cyanobacterial biovolume (Rigosi et al., 2014), this
study is, to our knowledge, the first documentation of a relationship
between N form and annual bloom biomass in WLE. These data show
that the often-overlooked reduced N fraction is also a significant driver
of bloom biomass. This correlation between the reduced N fraction from
the Maumee River and bloom biomass demonstrates the urgent need to
control N loading, in addition to current P load reductions, to WLE and
similar systems impacted by toxin-producing, non-N-fixing cyano-
bacteria.

Numerous studies have shown that the combination of N and P often
results in higher cyanobacteria biomass than either nutrient added
singularly (e.g., Elser et al., 2007; Lewis and Wurtsbaugh, 2008; Scott
and McCarthy, 2010). Unfortunately, the current reality is that most
impaired ecosystems have already achieved the often simulated con-
ditions of simultaneous over-enrichment of N and P. It is often claimed
that N is too expensive to control in watersheds of eutrophic, cyano-
bacteria-impacted systems (e.g., Schindler et al., 2008; Schindler,
2012). Within the Lake Erie watershed, existing educational and diffuse
loading reduction programs are already being implemented for P to
achieve the new Annex 4 target of an additional 40% reduction beyond
previously established targets. These strategies will likely also con-
tribute to N loading reductions, and there is evidence that N (and P)
loads to WLE are decreasing already (Stow et al., 2015), but the pro-
portion of TKN in those N loads is increasing, as reported here. In ad-
dition, bloom severity continues to increase, and climate change will
likely result in ‘moving targets’ for nutrient thresholds for the foresee-
able future. As such, scientists and managers should focus more effort
on educating the public and agriculture interests about the need to
control N loads in combination with P (i.e., adopt comprehensive nu-
trient management programs including both N and P) within existing
educational and management programs. Utilizing existing outreach
programs means that these additional education and management ef-
forts can be implemented at little or no cost. Scientists and regulators
also need to act quickly to implement and quantify thresholds for N
reductions to WLE and other non-N-fixing CHABs impacted systems. It
is critical to begin quantifying the extent to which these reduction
strategies simultaneously reduce N without being specifically targeted.
A complete N budget for Lake Erie needs to be formulated and assessed
to determine if additional N reductions are needed to further limit
bloom biomass and toxicity. Organizations such as the International
Joint Commission (IJC) also should be encouraged to adopt and include
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similar recommendations to those recently advocated by the USEPA
(https://www.epa.gov/sites/production/files/documents/
nandpfactsheet.pdf), which advocates for comprehensive management
of both N and P to reduce eutrophication and cyanoHABs.

Acknowledgements

We thank the Heidelberg University team and crew of the NOAA
GLERL sampling fleet. This manuscript is NOAA GLERL publication
number 1906, CIGLR publication number 1135. SEN was funded by
Ohio Sea GrantR/ER-114 and National Science Foundation Award
1715909. MJM was supported by Ohio Sea Grant R/ER-113. [CG]

Appendix A. Supplementary data

Supplementary material related to this article can be found, in the
online version, at doi:https://doi.org/10.1016/j.hal.2018.11.003.

References

Annex 4 Objectives and Targets Task Team, 2015. Phosphorus Loading Targets for Lake
Erie 70.

Baker, D.B., Confesor, R., Ewing, D.E., Johnson, L.T., Kramer, J.W., Merryfield, B.J.,
2014. Phosphorus loading to Lake Erie from the Maumee, Sandusky and Cuyahoga
rivers: the importance of bioavailability. J. Great Lakes Res. 40, 502-517. https://doi.
0rg/10.1016/j.jglr.2014.05.001.

Belisle, B.S., Steffen, M.M., Pound, H.L., Watson, S.B., DeBruyn, J.M., Bourbonniere, R.A.,
Boyer, G.L., Wilhelm, S.W., 2016. Urea in Lake Erie: organic nutrient sources as
potentially important drivers of phytoplankton biomass. J. Great Lakes Res. 42,
599-607. https://doi.org/10.1016/j.jglr.2016.03.002.

Berry, M.A., Davis, T.W., Cory, R.M., Duhaime, M.B., Johengen, T.H., Kling, G.W.,
Marino, J.A., Den Uyl, P.A., Gossiaux, D., Dick, G.J., Denef, V.J., 2017.
Cyanobacterial harmful algal blooms are a biological disturbance to western Lake
Erie bacterial communities. Environ. Microbiol. 19, 1149-1162.

Bingham, M., Sinha, S.K., Lupi, F., 2015. Economic Benefits of Reducing Harmful Algal
Blooms in Lake Erie 66.

Blomgvist, P., Pettersson, A., Hyenstrand, P., 1994. NH4 nonNfix cyano dominance.pdf.
Arch. fiir Hydrobiol. 132, 141-164.

Bridgeman, T.B., Chaffin, J.D., Filbrun, J.E., 2013. A novel method for tracking western
Lake Erie Microcystis blooms, 2002-2011. J. Great Lakes Res. 39, 83-89. https://doi.
0rg/10.1016/j.jglr.2012.11.004.

Bullerjahn, G.S., McKay, R.M., Davis, T.W., Baker, D.B., Boyer, G.L., D’Anglada, L.V.,
Doucette, G.J., Ho, J.C., Irwin, E.G., Kling, C.L., Kudela, R.M., Kurmayer, R.,
Michalak, A.M., Ortiz, J.D., Otten, T.G., Paerl, HW., Qin, B., Sohngen, B.L., Stumpf,
R.P., Visser, P.M., Wilhelm, S.W., 2016. Global solutions to regional problems:
Collecting global expertise to address the problem of harmful cyanobacterial blooms.
A Lake Erie case study. Harmful Algae 54, 223-238. https://doi.org/10.1016/j.hal.
2016.01.003.

Chaffin, J.D., Bridgeman, T.B., 2014. Organic and inorganic nitrogen utilization by ni-
trogen-stressed cyanobacteria during bloom conditions. J. Appl. Phycol. 26, 299-309.
https://doi.org/10.1007/s10811-013-0118-0.

Chaffin, J.D., Bridgeman, T.B., Bade, D.L., 2013. Nitrogen constrains the growth of late
summer cyanobacterial blooms in Lake Erie. Adv. Microbiol. 3, 16-26. https://doi.
org/10.4236,/aim.2013.36A003.

Chaffin, J.D., Bridgeman, T.B., Bade, D.L., Mobilian, C.N., 2014. Summer phytoplankton
nutrient limitation in Maumee Bay of Lake Erie during high-flow and low-flow years.
J. Great Lakes Res. 40, 524-531. https://doi.org/10.1016/j.jglr.2014.04.009.

Chaffin, J.D., Bridgeman, T.B., Heckathorn, S.A., Mishra, S., 2011. Assessment of
Microcystis growth rate potential and nutrient status across a trophic gradient in
western Lake Erie. J. Great Lakes Res. 37, 92-100. https://doi.org/10.1016/j.jglr.
2010.11.016.

Chaffin, J.D., Davis, T.W., Smith, D.J., Baer, M.M., Dick, G.J., 2018. Interactions between
nitrogen form, loading rate, and light intensity on Microcystis and Planktothrix
growth and microcystin production. Harmful Algae 73, 84-97. https://doi.org/10.
1016/j.hal.2018.02.001.

Conroy, J.D., Kane, D.D., Dolan, D.M., Edwards, W.J., Charlton, M.N., Culver, D., 2005.
Temporal trends in Lake Erie Plankton biomass: roles of external phosphorus loading
and Dreissenid mussels. J. Great Lakes Res. 31, 89-110. https://doi.org/10.1016/
$0380-1330(05)70307-5.

Davis, C.0., Simmons, M.S., 1979. Water Chemistry and Phytoplankton Field and
Laboratory Procedures. Michigan Univ., Ann Arbor (USA). Gt. Lakes Res. Div. No.
COO0-20. https://doi.org/10.2172/5064643.

Davis, T.W., Bullerjahn, G.S., Tuttle, T., McKay, R.M., Watson, S.B., 2015. Effects of in-
creasing nitrogen and phosphorus concentrations on phytoplankton community
growth and toxicity during Planktothrix blooms in Sandusky Bay, Lake Erie. Environ.
Sci. Technol. 49, 7197-7207. https://doi.org/10.1021/acs.est.5b00799.

Dove, A., Chapra, S.C., 2015. Long-term trends of nutrients and trophic response variables
for the Great Lakes. Limnol. Oceanogr. 60, 696-721. https://doi.org/10.1002/Ino.
10055.

Downing, J.A., Watson, S.B., McCauley, E., 2001. Predicting Cyanobacteria dominance in


https://www.epa.gov/sites/production/files/documents/nandpfactsheet.pdf
https://www.epa.gov/sites/production/files/documents/nandpfactsheet.pdf
https://doi.org/10.1016/j.hal.2018.11.003
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0005
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0005
https://doi.org/10.1016/j.jglr.2014.05.001
https://doi.org/10.1016/j.jglr.2014.05.001
https://doi.org/10.1016/j.jglr.2016.03.002
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0020
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0020
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0020
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0020
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0025
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0025
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0030
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0030
https://doi.org/10.1016/j.jglr.2012.11.004
https://doi.org/10.1016/j.jglr.2012.11.004
https://doi.org/10.1016/j.hal.2016.01.003
https://doi.org/10.1016/j.hal.2016.01.003
https://doi.org/10.1007/s10811-013-0118-0
https://doi.org/10.4236/aim.2013.36A003
https://doi.org/10.4236/aim.2013.36A003
https://doi.org/10.1016/j.jglr.2014.04.009
https://doi.org/10.1016/j.jglr.2010.11.016
https://doi.org/10.1016/j.jglr.2010.11.016
https://doi.org/10.1016/j.hal.2018.02.001
https://doi.org/10.1016/j.hal.2018.02.001
https://doi.org/10.1016/S0380-1330(05)70307-5
https://doi.org/10.1016/S0380-1330(05)70307-5
https://doi.org/10.2172/5064643
https://doi.org/10.1021/acs.est.5b00799
https://doi.org/10.1002/lno.10055
https://doi.org/10.1002/lno.10055

S.E. Newell et al.

lakes. Can. J. Fish. Aquat. Sci. 58, 1905-1908. https://doi.org/10.1139/f01-143.

Elser, J.J., Bracken, M.E.S., Cleland, E.E., Gruner, D.S., Harpole, W.S., Hillebrand, H.,
Ngai, J.T., Seabloom, E.W., Shurin, J.B., Smith, J.E., 2007. Global analysis of nitrogen
and phosphorus limitation of primary producers in freshwater, marine and terrestrial
ecosystems. Ecol. Lett. 10, 1135-1142. https://doi.org/10.1111/j.1461-0248.2007.
01113.x.

Erisman, J.W., Galloway, J.N., Dise, N.B., Sutton, M.A., Bleeker, A., Grizzetti, B., Leach,
A.M., De Vries, W., 2015. Nitrogen: Too Much of a Vital Resource. World Wildlife
Fund Netherlands, Zeist, The Netherlands.

Fischer, W.J., Garthwaite, I., Miles, C.O., Ross, K.M., Aggen, J.B., Chamberlin, R.A.,
Towers, N.R., Dietrich, D.R., 2001. Congener-independent immunoassay for micro-
cystins and nodularins. Environ. Sci. Technol. 35, 4849-4856. https://doi.org/10.
1021/es011182f.

Gardner, W.S., Chandler, J.F., Laird, G.A., 1989. Organic nitrogen mineralization and
substrate limitation of bacteria in Lake Michigan. Limnol. Oceanogr. 34, 478-485.
https://doi.org/10.4319/10.1989.34.2.0478.

Gardner, W.S., Lee, G.F., 1975. The role of amino acids in the nitrogen cycle of Lake
Mendota. Limnol. Oceanogr. 20, 379-388. https://doi.org/10.4319/10.1975.20.3.
0379.

Gardner, W.S., Newell, S.E., McCarthy, M.J., Ho, D.K., Lu, K., Lavrentyev, P.J., Hellweger,
F.L., Wilhelm, S.W., Liu, Z., Bruesewitz, D.A., Paerl, H.W., 2017. Community biolo-
gical ammonium demand: a conceptual model for cyanobacteria blooms in eutrophic
lakes. Environ. Sci. Technol. 51 (14), 7785-7793. https://doi.org/10.1021/acs.est.
6b06296.

Glibert, P.M., Harrison, J., Heil, C., Seitzinger, S., 2006. Escalating worldwide use of
urea—a global change contributing to coastal eutrophication. Biogeochemistry 77,
441-463. https://doi.org/10.1007/510533-005-3070-5.

Glibert, P.M., Wilkerson, F.P., Dugdale, R.C., Raven, J.A., Dupont, C.L., Leavitt, P.R.,
Parker, A.E., Burkholder, J.M., Kana, T.M., 2016. Pluses and minuses of ammonium
and nitrate uptake and assimilation by phytoplankton and implications for pro-
ductivity and community composition, with emphasis on nitrogen-enriched condi-
tions. Limnol. Oceanogr. 61, 165-197. https://doi.org/10.1002/1n0.10203.

Gobler, C.J., Burkholder, J.M., Davis, T.W., Harke, M.J., Stow, C.A., Van de Waal, D.B.,
2016. The dual role of nitrogen supply in controlling the growth and toxicity of cy-
anobacterial blooms. Harmful Algae 54, 87-97. https://doi.org/10.1016/j.hal.2016.
01.010.

Hampel, J.J., McCarthy, M.J., Gardner, W.S., Zhang, L., Xu, H., Zhu, G., Newell, S.E.,
2018. Nitrification and ammonium dynamics in Taihu Lake, China: Seasonal com-
petition for ammonium between nitrifiers and cyanobacteria. Biogeosciences 15,
733-748. https://doi.org/10.5194/bg-15-733-2018.

Harke, M.J., Davis, T.W., Watson, S.B., Gobler, C.J., 2016. Nutrient-controlled niche
differentiation of Western Lake Erie cyanobacterial populations revealed via meta-
transcriptomic surveys. Environ. Sci. Technol. 50, 604-615. https://doi.org/10.
1021/acs.est.5b03931.

Ho, J.C., Michalak, A.M., 2017. Phytoplankton blooms in Lake Erie impacted by both
long-term and springtime phosphorus loading. J. Great Lakes Res. 43, 221-228.
https://doi.org/10.1016/j.jglr.2017.04.001.

Horvath, H., Kovacsa, A.W., Riddick, C., Matyas, P., 2013. Extraction methods for phy-
cocyanin determination in freshwater filamentous cyanobacteria and their applica-
tion in a shallow lake. Eur. J. Phycol. 48, 278-286. https://doi.org/10.1080/
09670262.2013.821525.

Hutchins, D., Pustizzi, F., Hare, C.E., DiTullio, G.R., 2003. A shipboard natural commu-
nity continuous culture system for ecologically relevant low-level nutrient enrich-
ment experiments. Limnol. Oceanogr. Methods 1, 82-91. https://doi.org/10.4319/
lom.2011.1.82.

International Joint Commission, 2014. A Balanced Diet for Lake Erie Reducing
Phosphorus Loadings and Harmful Algal Blooms. https://doi.org/10.1107/
S0021889896012228.

Joosse, P.J., Baker, D.B., 2011. Context for re-evaluating agricultural source phosphorus
loadings to the Great Lakes. Can. J. Soil Sci. 91, 317-327. https://doi.org/10.4141/
¢jss10005.

Kane, D.D., Conroy, J.D., Richards, P.R., Baker, D.B., Culver, D.A., 2014. Re-eu-
trophication of Lake Erie: correlations between tributary nutrient loads and phyto-
plankton biomass. J. Great Lakes Res. 40, 496-501. https://doi.org/10.1016/j.jglr.
2014.04.004.

Krausfeldt, L.E., Tang, X., van de Kamp, J., Gao, G., Bodrossy, L., Boyer, G.L., Wilhelm,
S.W., 2017. Spatial and temporal variability in the nitrogen cyclers of hypereutrophic
Lake Taihu. FEMS Microbiol. Ecol. 93, 1-11. https://doi.org/10.1093/femsec/
fix024.

Kuniyoshi, T.M., Gonzalez, A., Lopez-Gomollon, S., Valladares, A., Bes, M.T., Fillat, M.F.,
Peleato, M.L., 2011. 2-oxoglutarate enhances NtcA binding activity to promoter re-
gions of the microcystin synthesis gene cluster. FEBS Lett. 585, 3921-3926. https://
doi.org/10.1016/j.febslet.2011.10.034.

Lewis, W.M., Wurtsbaugh, W.A., 2008. Control of lacustrine phytoplankton by nutrients:
erosion of the phosphorus paradigm. Int. Rev. Hydrobiol. 93, 446-465. https://doi.
org/10.1002/iroh.200811065.

Long, B.M., Jones, G.J., Orr, P.T., 2001. Cellular microcystin content in N-limited mi-
crocystis aeruginosa can be predicted from growth rate. Appl. Environ. Microbiol. 67,
278-283. https://doi.org/10.1128/AEM.67.1.278.

Maccoux, M.J., Dove, A., Backus, S.M., Dolan, D.M., 2016. Total and soluble reactive
phosphorus loadings to Lake Erie: a detailed accounting by year, basin, country, and
tributary. J. Great Lakes Res. 42, 1151-1165. https://doi.org/10.1016/j.jglr.2016.
08.005.

McCarthy, M.J., Lavrentyev, P.J., Yang, L., Zhang, L., Chen, Y., Qin, B., Gardner, W.S.,
2007. Nitrogen dynamics and microbial food web structure during a summer cya-
nobacterial bloom in a subtropical, shallow, well-mixed, eutrophic lake (Lake Taihu,

92

Harmful Algae 81 (2019) 86-93

China). Hydrobiologia 581, 195-207. https://doi.org/10.1007/510750-006-0496-2.

McCarthy, M.J., Gardner, W.S., Lehmann, M.F., Bird, D.F., 2013. Implications of water
column ammonium uptake and regeneration for the nitrogen budget in temperate,
eutrophic Missisquoi Bay, Lake Champlain (Canada/USA). Hydrobiologia 718,
173-188. https://doi.org/10.1007/s10750-013-1614-6.

McCarthy, M.J., Gardner, W.S., Lehmann, M.F., Guindon, A., Bird, D.F., 2016. Benthic
nitrogen regeneration, fixation, and denitrification in a temperate, eutrophic lake:
effects on the nitrogen budget and cyanobacteria blooms. Limnol. Oceanogr. 61,
1406-1423. https://doi.org/10.1002/LNO.10306.

McCarthy, M.J., James, R.T., Chen, Y., East, T.L., Gardner, W.S., 2009. Nutrient ratios and
phytoplankton community structure in the large, shallow, eutrophic, subtropical
Lakes Okeechobee (Florida, USA) and Taihu (China). Limnology 10, 215-227.
https://doi.org/10.1007/s10201-009-0277-5.

Michalak, A.M., Anderson, E.J., Beletsky, D., Boland, S., Bosch, N.S., Bridgeman, T.B.,
Chaffin, J.D., Cho, K., Confesor, R., Daloglu, I., Depinto, J.V., Evans, M.A.,
Fahnenstiel, G.L., He, L., Ho, J.C., Jenkins, L., Johengen, T.H., Kuo, K.C., Laporte, E.,
Liu, X., McWilliams, M.R., Moore, M.R., Posselt, D.J., Richards, R.P., Scavia, D.,
Steiner, A.L., Verhamme, E., Wright, D.M., Zagorski, M.A., 2013. Record-setting algal
bloom in Lake Erie caused by agricultural and meteorological trends consistent with
expected future conditions. Proc. Natl. Acad. Sci. U. S. A. 110, 6448-6452. https://
doi.org/10.1073/pnas.1216006110.

Millar, N., Doll, J.E., Robertson, G.P., 2014. Management of Nitrogen Fertilizer to Reduce
Nitrous Oxide (N20) Emissions from Field Crops. MSU Extension, Clim. Chang. Agric.
Fact Sheet Ser.

Millie, D.F., Fahnenstiel, G.L., Bressie, J.D., Pigg, R.J., Rediske, R.R., Klarer, D.M., Tester,
P.A., Litaker, W.R., 2009. Late-summer phytoplankton in western Lake Erie
(Laurentian great lakes): bloom distributions, toxicity, and environmental influences.
Aquat. Microb. Ecol. 43, 915-934. https://doi.org/10.1007/510452-009-9238-7.

Monchamp, M.E., Pick, F.R., Beisner, B.E., Maranger, R., 2014. Nitrogen forms influence
microcystin concentration and composition via changes in cyanobacterial community
structure. PLoS One 9. https://doi.org/10.1371/journal.pone.0085573.

O’Neil, J.M., Davis, T.W., Burford, M.A., Gobler, C.J., 2012. The rise of harmful cyano-
bacteria blooms: the potential roles of eutrophication and climate change. Harmful
Algae 14, 313-334. https://doi.org/10.1016/j.hal.2011.10.027.

Paerl, HW., Xu, H., McCarthy, M.J., Zhu, G., Qin, B., Li, Y., Gardner, W.S., 2011.
Controlling harmful cyanobacterial blooms in a hyper-eutrophic lake (Lake Taihu,
China): The need for a dual nutrient (N & P) management strategy. Water Res. 45,
1973-1983. https://doi.org/10.1016/j.watres.2010.09.018.

Paerl, H.W., Gardner, W.S., McCarthy, M.J., Peierls, B.L., Wilhelm, S.W., 2014. Algal
blooms: noteworthy nitrogen Algal blooms : proactive strategy ocean acidification
foils chemical signals. Science 346 (80-), 2014-2016.

Paerl, H.W., Huisman, J., 2009. Climate change: a catalyst for global expansion of
harmful cyanobacterial blooms. Environ. Microbiol. Rep. 1, 27-37. https://doi.org/
10.1111/j.1758-2229.2008.00004.x.

Paerl, H.W., Scott, J.T., McCarthy, M.J., Newell, S.E., Gardner, W.S., Havens, K.E.,
Hoffman, D.K., Wilhelm, S.W., Wurtsbaugh, W.A., 2016. It takes two to tango: when
and where dual nutrient (N & P) reductions are needed to protect lakes and down-
stream ecosystems. Environ. Sci. Technol. 50, 10805-10813. https://doi.org/10.
1021/acs.est.6b02575.

Paterson, M.J., Schindler, D.W., Hecky, R.E., Findlay, D.L., Rondeau, K.J., 2011.
Comment: lake 227 shows clearly that controlling inputs of nitrogen will not reduce
or prevent eutrophication of lakes. Limnol. Oceanogr. 56, 1545-1547. https://doi.
org/10.4319/10.2011.56.4.1545.

Richards, R.P., Baker, D.B., Crumrine, J.P., Stearns, A.M., 2010. Unusually large loads in
2007 from the Maumee and Sandusky Rivers, tributaries to Lake Erie. J. Soil Water
Conserv. 65, 450-462. https://doi.org/10.2489/jswc.65.6.450.

Rigosi, A., Carey, C.C., Ibelings, B.W., Brookes, J.D., 2014. The interaction between cli-
mate warming and eutrophication to promote cyanobacteria is dependent on trophic
state and varies among taxa. Limnol. Oceanogr. 59, 99-114. https://doi.org/10.
4319/10.2014.59.01.0099.

Robertson, D.M., Saad, D.A., 2011. Nutrient inputs to the Laurentian great lakes by source
and watershed estimated using SPARROW watershed models. J. Am. Water Resour.
Assoc. 47, 1011-1033. https://doi.org/10.1111/§.1752-1688.2011.00574.x.

Rosen, B.H., Davis, T.W., Gobler, C.J., Kramer, B.J., Loftin, K.A., 2017. Cyanobacteria of
the 2016 Lake Okeechobee and Okeechobee Waterway Harmful Algal Bloom. Open-
File Report, Reston, VA. https://doi.org/10.3133/0fr20171054.

Scavia, D., David Allan, J., Arend, K.K., Bartell, S., Beletsky, D., Bosch, N.S., Brandt, S.B.,
Briland, R.D., Daloglu, I., DePinto, J.V., Dolan, D.M., Evans, M.A., Farmer, T.M.,
Goto, D., Han, H., H66k, T.O., Knight, R., Ludsin, S.A., Mason, D., Michalak, A.M.,
Peter Richards, R., Roberts, J.J., Rucinski, D.K., Rutherford, E., Schwab, D.J.,
Sesterhenn, T.M., Zhang, H., Zhou, Y., 2014. Assessing and addressing the re-eu-
trophication of Lake Erie: central basin hypoxia. J. Great Lakes Res. 40, 226-246.
https://doi.org/10.1016/j.jglr.2014.02.004.

Schindler, D.W., 2012. The dilemma of controlling cultural eutrophication of lakes. Proc.
R. Soc. B Biol. Sci. 279, 4322-4333. https://doi.org/10.1098/rspb.2012.1032.

Schindler, D.W., Carpenter, S.R., Chapra, S.C., Hecky, R.E., Orihel, D.M., 2016. Reducing
phosphorus to curb lake eutrophication is a success. Environ. Sci. Technol. 50,
8923-8929. https://doi.org/10.1021/acs.est.6b02204.

Schindler, D.W., Hecky, R.E., Findlay, D.L., Stainton, M.P., Parker, B.R., Paterson, M.J.,
Beaty, K.G., Lyng, M., Kasian, S.E.M., 2008. Eutrophication of lakes cannot be con-
trolled by reducing nitrogen input: results of a 37-year whole-ecosystem experiment.
Proc. Natl. Acad. Sci. U. S. A. 105, 11254-11258. https://doi.org/10.1073/pnas.
0805108105.

Scott, J.T., McCarthy, M.J., 2010. Nitrogen fixation may not balance the nitrogen pool in
lakes over timescales relevant to eutrophication management. Limnol. Oceanogr. 55,
1265-1270. https://doi.org/10.4319/10.2010.55.3.1265.


https://doi.org/10.1139/f01-143
https://doi.org/10.1111/j.1461-0248.2007.01113.x
https://doi.org/10.1111/j.1461-0248.2007.01113.x
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0100
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0100
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0100
https://doi.org/10.1021/es011182f
https://doi.org/10.1021/es011182f
https://doi.org/10.4319/lo.1989.34.2.0478
https://doi.org/10.4319/lo.1975.20.3.0379
https://doi.org/10.4319/lo.1975.20.3.0379
https://doi.org/10.1021/acs.est.6b06296
https://doi.org/10.1021/acs.est.6b06296
https://doi.org/10.1007/s10533-005-3070-5
https://doi.org/10.1002/lno.10203
https://doi.org/10.1016/j.hal.2016.01.010
https://doi.org/10.1016/j.hal.2016.01.010
https://doi.org/10.5194/bg-15-733-2018
https://doi.org/10.1021/acs.est.5b03931
https://doi.org/10.1021/acs.est.5b03931
https://doi.org/10.1016/j.jglr.2017.04.001
https://doi.org/10.1080/09670262.2013.821525
https://doi.org/10.1080/09670262.2013.821525
https://doi.org/10.4319/lom.2011.1.82
https://doi.org/10.4319/lom.2011.1.82
https://doi.org/10.1107/S0021889896012228
https://doi.org/10.1107/S0021889896012228
https://doi.org/10.4141/cjss10005
https://doi.org/10.4141/cjss10005
https://doi.org/10.1016/j.jglr.2014.04.004
https://doi.org/10.1016/j.jglr.2014.04.004
https://doi.org/10.1093/femsec/fix024
https://doi.org/10.1093/femsec/fix024
https://doi.org/10.1016/j.febslet.2011.10.034
https://doi.org/10.1016/j.febslet.2011.10.034
https://doi.org/10.1002/iroh.200811065
https://doi.org/10.1002/iroh.200811065
https://doi.org/10.1128/AEM.67.1.278
https://doi.org/10.1016/j.jglr.2016.08.005
https://doi.org/10.1016/j.jglr.2016.08.005
https://doi.org/10.1007/s10750-006-0496-2
https://doi.org/10.1007/s10750-013-1614-6
https://doi.org/10.1002/LNO.10306
https://doi.org/10.1007/s10201-009-0277-5
https://doi.org/10.1073/pnas.1216006110
https://doi.org/10.1073/pnas.1216006110
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0230
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0230
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0230
https://doi.org/10.1007/s10452-009-9238-7
https://doi.org/10.1371/journal.pone.0085573
https://doi.org/10.1016/j.hal.2011.10.027
https://doi.org/10.1016/j.watres.2010.09.018
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0255
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0255
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0255
https://doi.org/10.1111/j.1758-2229.2008.00004.x
https://doi.org/10.1111/j.1758-2229.2008.00004.x
https://doi.org/10.1021/acs.est.6b02575
https://doi.org/10.1021/acs.est.6b02575
https://doi.org/10.4319/lo.2011.56.4.1545
https://doi.org/10.4319/lo.2011.56.4.1545
https://doi.org/10.2489/jswc.65.6.450
https://doi.org/10.4319/lo.2014.59.01.0099
https://doi.org/10.4319/lo.2014.59.01.0099
https://doi.org/10.1111/j.1752-1688.2011.00574.x
https://doi.org/10.3133/ofr20171054
https://doi.org/10.1016/j.jglr.2014.02.004
https://doi.org/10.1098/rspb.2012.1032
https://doi.org/10.1021/acs.est.6b02204
https://doi.org/10.1073/pnas.0805108105
https://doi.org/10.1073/pnas.0805108105
https://doi.org/10.4319/lo.2010.55.3.1265

S.E. Newell et al.

Scott, J.T., McCarthy, M.J., Otten, T.G., Steffen, M.M., Baker, B.C., Grantz, E.M., Wilhelm,
S.W., Paerl, H.W., 2013. Comment: An alternative interpretation of the relationship
between TN:TP and microcystins in Canadian lakes. Can. J. Fish. Aquat. Sci. 70,
1265-1268. https://doi.org/10.1139/cjfas-2012-0490.

Speziale, B.J., Schreiner, S.P., Giammatteo, P.A., Schindler, J.E., 1984. Comparison of
n,n-dimethylformamide, dimethyl sulfoxide, and acetone for extraction of phyto-
plankton chlorophyll. Can. J. Fish. Aquat. Sci. 41, 1519-1522. https://doi.org/10.
1139/184-187.

Steffen, M.M., Belisle, B.S., Watson, S.B., Boyer, G.L., Wilhelm, S.W., 2014. Status, causes
and controls of cyanobacterial blooms in Lake Erie. J. Great Lakes Res. 40, 215-225.
https://doi.org/10.1016/j.jglr.2013.12.012.

Steffen, M.M., Davis, T.W., McKay, R.M.L., Bullerjahn, G.S., Krausfeldt, L.E., Stough,
J.M.A., Neitzey, M.L., Gilbert, N.E., Boyer, G.L., Johengen, T.H., Gossiaux, D.C.,
Burtner, A.M., Palladino, D., Rowe, M.D., Dick, G.J., Meyer, K.A., Levy, S., Boone,
B.E., Stumpf, R.P., Wynne, T.T., Zimba, P.V., Gutierrez, D., Wilhelm, S.W., 2017.
Ecophysiological examination of the Lake Erie Microcystis Bloom in 2014: linkages
between biology and the water supply Shutdown of Toledo, OH. Environ. Sci.
Technol. 51, 6745-6755. https://doi.org/10.1021/acs.est.7b00856.

Stow, C.A., Cha, Y., Johnson, L.T., Confesor, R., Richards, R.P., 2015. Long-term and
seasonal trend decomposition of maumee river nutrient inputs to western Lake Erie.
Environ. Sci. Technol. 49, 3392-3400. https://doi.org/10.1021/es5062648.

93

Harmful Algae 81 (2019) 86-93

Stumpf, R.P., Wynne, T.T., Baker, D.B., Fahnenstiel, G.L., 2012. Interannual variability of
cyanobacterial blooms in Lake Erie. PLoS One 7. https://doi.org/10.1371/journal.
pone.0042444.

Stumpf, R.P., Johnson, L.T., Wynne, T.T., Baker, D.B., 2016. Forecasting annual cyano-
bacterial bloom biomass to inform management decisions in Lake Erie. J. Great Lakes
Res. 42, 1174-1183. https://doi.org/10.1016/J.JGLR.2016.08.006.

Syrett, P.J., 1981. Nitrogen metabolism of microalgae. Can. J. Fish. Aquat. Sci. 210,
182-210.

Verhamme, E.M., Redder, T.M., Schlea, D.A., Grush, J., Bratton, J.F., DePinto, J.V., 2016.
Development of the Western Lake Erie Ecosystem Model (WLEEM): application to
connect phosphorus loads to cyanobacteria biomass. J. Great Lakes Res. 42,
1193-1205. https://doi.org/10.1016/J.JGLR.2016.09.006.

Wacklin, P., Hoffmann, L., Komaérek, J., 2009. Nomenclatural validation of the genetically
revised cyanobacterial genus Dolichospermum (Ralfs ex Bornet et Flahault) comb.
nova. Fottea 9 (1), 59-64.

Wilson, E.K., 2014. Danger from microcystins in Toledo water unclear. Chem. Eng. News
92, 9.

Wynne, T.T., Stumpf, R.P., Tomlinson, M.C., Warner, R.A., Tester, P.A., Dyble, J.,
Fahnenstiel, G.L., 2008. Relating spectral shape to cyanobacterial blooms in the
Laurentian Great Lakes. Int. J. Remote Sens. 29, 3665-3672. https://doi.org/10.
1080/01431160802007640.


https://doi.org/10.1139/cjfas-2012-0490
https://doi.org/10.1139/f84-187
https://doi.org/10.1139/f84-187
https://doi.org/10.1016/j.jglr.2013.12.012
https://doi.org/10.1021/acs.est.7b00856
https://doi.org/10.1021/es5062648
https://doi.org/10.1371/journal.pone.0042444
https://doi.org/10.1371/journal.pone.0042444
https://doi.org/10.1016/J.JGLR.2016.08.006
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0355
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0355
https://doi.org/10.1016/J.JGLR.2016.09.006
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0365
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0365
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0365
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0370
http://refhub.elsevier.com/S1568-9883(18)30164-1/sbref0370
https://doi.org/10.1080/01431160802007640
https://doi.org/10.1080/01431160802007640

	Reduced forms of nitrogen are a driver of non-nitrogen-fixing harmful cyanobacterial blooms and toxicity in Lake Erie
	Introduction
	Methods
	NCWQR Maumee loads
	Bloom biomass
	NOAA GLERL western basin monitoring
	Statistics

	Results
	Maumee River N load
	NOAA GLERL WLE weekly monitoring data

	Discussion
	Acknowledgements
	Supplementary data
	References




