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Abstract

The predicted global warming may affect freshwater systems at several organizational levels, from organism to ecosystem.
Specifically, in temperate regions, the projected increase of winter temperatures may have important effects on the over-
winter biology of a range of organisms and especially for fish and other ectothermic animals. However, temperature effects
on organisms may be directed strongly by resource availability. Here, we investigated whether over-winter loss of biomass
and lipid content of juvenile roach (Rutilus rutilus) was affected by the physiologically relatively small (2-5°C) changes of
winter temperatures predicted by the Intergovernmental Panel on Climate Change (IPCC), under both natural and
experimental conditions. This was investigated in combination with the effects of food availability. Finally, we explored the
potential for a correlation between lake temperature and resource levels for planktivorous fish, i.e., zooplankton biomass,
during five consecutive winters in a south Swedish lake. We show that small increases in temperature (+2°C) affected fish
biomass loss in both presence and absence of food, but negatively and positively respectively. Temperature alone explained
only a minor part of the variation when food availability was not taken into account. In contrast to other studies, lipid
analyses of experimental fish suggest that critical somatic condition rather than critical lipid content determined starvation
induced mortality. Our results illustrate the importance of considering not only changes in temperature when predicting
organism response to climate change but also food-web interactions, such as resource availability and predation. However,
as exemplified by our finding that zooplankton over-winter biomass in the lake was not related to over-winter temperature,
this may not be a straightforward task.
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Introduction

In temperate freshwater systems, mean winter and spring water
temperatures have been increasing during the last decades, most
likely due to global warming (e.g. [1,2]), and the regional climate
projections by IPCC predict a further increase in mean annual air
temperatures of 2 to 5°C until 2100 [3]. Recent climate change
has led to a number of documented alterations of ecosystems
throughout the world [4]. Climate change can be expected to
affect organisms both directly, e.g., through temperature effects on
consumption and metabolism, and indirectly through effects on
trophic dynamics, such as resource availability and predation [4].
Research on all trophic levels, and interactions among them, is
needed to achieve a mechanistic understanding of and make
reliable predictions on the effects of climate change on ecosystem
dynamics. Specifically, there is need for research that disentangles
direct and indirect effects, e.g., temperature versus resource effects,
as knowledge of their interactions is largely lacking.
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The advanced mechanistic understanding of trophic processes
and top-down effects in aquatic food-webs (e.g. [5,6]) makes them
ideal for studying climate change effects on various trophic levels
in ecosystems. Previous studies on the topic have focussed on the
dynamics of lower trophic levels, i.e., primary producers —
phytoplankton, and primary consumers - zooplankton [7-10].
However, less research has been conducted on the effects of
climate change on secondary consumers such as fish (see however
[11]). This is unfortunate as especially young-of-the-year fish may
strongly structure community and ecosystem processes in aquatic
systems [12].

In Northern America, Europe and in Polar regions, mean
temperatures are expected to increase more during winter than
other seasons [13-16], suggesting that climate change effects may
be strongest during winter. The winter period is of importance for
fish population dynamics due to increased mortality risk (e.g. [17]).
Among juvenile fish especially, a large part of the yearly mortality
occurs during this period [18,19], when their main food resource,
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zooplankton, occurs at low densities [20]. The abundance of
zooplankton will, thus, partly determine the degree of starvation
and thereby survival of juvenile fish during the winter period
[21,22].

Organisms use a number of strategies to survive the winter
period, including building up energy stores, predominantly in the
form of lipids, in autumn, as well as reducing activity during
winter. Both of these strategies are found in fish [23], but also in
other ectothermic animals such as invertebrates, reptiles, and
amphibians [24-27]. But whereas many species of reptiles and
amphibians hibernate during winter (e.g. [28-30], most fish
maintain some degree of activity [28] and, thus, continue to
consume resources during winter. Accumulation of energy stores
may also serve to increase reproductive performance in the
subsequent spring [23,31,32], and the rate at which energy stores
are depleted during winter thereby affects not only over-winter
survival, but also future reproductive output. The overwintering
success of an individual can therefore be divided into primary
success, 1.e., survival, and secondary success, i.e., condition at the
end of the winter.

In fish, as in other ectothermic animals, ambient temperatures
influence lipid accumulation rates before winter [33], and
depletion rates during winter [34], since enzymatic processes
and basal metabolic rates generally increase with temperature.
Temperature will, thus, affect individual risk of starvation [34—36]
and thereby, potentially, population dynamics. For example,
Reading [37] found a negative impact of mild winters on common
toad (Bufo bufo) body weight and egg production, which was
attributed to a higher metabolism during winter. As food
consumption and assimilation rate are likely to drop with
decreasing temperatures, most organisms may be challenged at
the low temperatures during winter if intake- and/or assimilation
rates are below the level needed for metabolism [38]. Many
energetic models assume that consumption will drop to near zero
at low temperatures leading to obligate starvation [39,40].
However, this view has been seriously challenged by numerous
studies (e.g. [38,41]). Although not yet properly tested, it appears
reasonable to assume that the utilization rate of lipid stores is
affected not only by temperature, but also by food availability at
very low temperatures. Research efforts that assess the response of
juvenile fish to small low-temperature differences under different
resource conditions are therefore much needed.

The aim of this study is to assess how differences in food
availability in combination with small temperature differences
affect secondary success, i.e., condition and total lipid content, of
juvenile roach (Rutilus rutilus) during winter under laboratory
conditions. The roach is a cyprinid species occurring in many lakes
throughout most of Europe and Asia, from cold-water northern
Scandinavian and Siberian- to warm-water Mediterranean lakes
[42]. It commonly dominates lake fish communities, and is of key
importance for structuring plankton communities in temperate
lakes [43,44]. Changes in the distribution and success of the roach
due to climate change may thus have strong effects on lake
dynamics. The laboratory results are compared with overwintering
success of roach in the field. We hypothesize that at similar
temperatures, fish without access to food will use a higher
percentage of their lipid deposits than fed fish, but that there will
be no effect of temperature on fish over-winter success when food
is available. In presence of food, fish at all temperatures will be
able to cover their metabolic demands, while unfed fish will use
their deposits faster at higher temperatures, due to an increase of
temperature-dependent metabolism. We further analyze a five-
year data set on zooplankton density and water temperature from
Lake Krankesjon to investigate if changes in zooplankton density,
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1.e. food availability for roach, are correlated to changes in winter
temperature.

Materials and Methods

Capture of fish

Juvenile roach (Rutilus rutilus) from shallow Lake Krankesjon
(average depth = 0.7 m, maximum depth = 3 m) in southern
Sweden (55°42'N; 13°29'E; for lake description, see [12]) were
caught on December 15 2005 with a dip net (1*1 meter; mesh size:
0.5 cm). All fish used in the experiment were between 39 and 61
mm in total length (51*=4.0 mm, mean*SD) and were assumed to
belong to the 0+ cohort, consistent with length-age data from survey
fishing in the lake during autumn (J. Brodersen unpublished data).

A number of fish were used for measurement of length and wet
weight (n = 86) directly after capture. A subset (= 50) of these 86
fish were used for measurement of initial dry weight and a subset
(n=25) of these 50 fish were later used for initial lipid content. At
the end of the study period (23 March 2006), fish were caught in
the same area with electro fishing to compare development of the
above mentioned parameters in fish from the natural population
with development in experimental fish.

Experimental design and sampling

Fish were kept at three different temperatures: 0.5, 2.5 and
4.5°C, resembling range of winter temperatures in Lake
Krankesjon. Each temperature treatment consisted of six replicate
barrels (45 L) with 40 fish in each. To half of the barrels, food was
added, whereas the rest were kept without food. The fish in the
food treatments were fed ad libitum with “Vitakraft® Koi Junior”
pond fish food three times a day; excess food was removed. During
the course of the experiment we sampled 15 out of the 40 fish in
each barrel. Barrels were inspected every day for dead fish. During
the first 110 days of the experiment only eight fish died in all
barrels. However, between days 111and 113, eight fish died in the
4.5°C, treatments without food alone. This rapid increase in
mortality led us to terminate the experiment.

Sampling of experimental fish took place once a week. One fish
from each barrel was captured, weighed to the nearest 0.01 g (wet
weight) and total length (L7) measured to the nearest 0.1 mm. Fish
were then freeze dried to determine dry weight to the nearest
0.001 g. Condition of fish was calculated as Fultons Condition
Index (K= M L7, where M is dry weight) based on dry weights. In
many cases, condition is closely related to fish length due to
allometric changes with fish size, and measures of condition should
then be adjusted for fish length (e.g. [45]). The size range of fish
used in this study was, however, relatively small and condition was
not related to fish length (linear regression; F=0.317; p=0.574).
We did therefore not adjust condition for fish length. Fish from
every second sampling occasion, i.e. from every second week, were
used for analysis of lipid content (see below).

In this study we used a repeated measures design with sampling
of few fish at several time steps rather than having a large sample
size but only end point values as common in other studies (e.g.
[34]). This enabled us to detect differenced in lipid content and
condition throughout the experimental period.

The study complies with the current laws in Sweden; ethical
concerns on care and use of experimental animals were followed
under permission (M14-04) from the Malmé/Lund Ethical
Committee.

Lipid analysis

The extraction and measurement of the total lipid content of the
fish was carried out with a modified version of the Bligh & Dyer
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[46] method. Samples were freeze-dried for 3 days, their dry-
weight determined and homogenized with a teflon pestle tissue
grinder after cutting up the sample into small pieces. Thereafter,
we added 7.5 ml of a modified Bligh & Dyer solution
(dichloromethane/methanol/water in proportions 1:2:0.8) and
after sonication samples were left overnight for extraction. After
extraction, we added dichloromethane (2 ml) and Milli-Q water
(2 ml) in order to reach the new proportions of 2:2:1.8 and get a
two phase solution suitable for separation. The organic phase was
separated by centrifugation and, after 3 washes of the sample with
dichloromethane, the solvent was evaporated under flow of
nitrogen (20°C) in pre-weighed tubes. Total lipid content was
measured by weighing the tubes after evaporation and expressed
as percentage of total fish dry-weight.

Zooplankton and temperature monitoring

Zooplankton was sampled in Lake Krankesjon every second
week from November to mid-April for five consecutive years,
2003-2008. Samples were taken at a fixed position at the deepest
part of the lake. Ten liters of water were taken from the upper
water column with a 1.2 m long Plexiglas tube with a diameter of
36 mm, filtered through a 45 pm net and preserved in Lugol’s
solution for further analysis in the laboratory. Zooplankton were
counted on genus level with the exception of copepods, which
were separated into cyclopoid and calanoid copepods. A subset of
individual zooplankton from each taxon found in the sample were
measured to nearest 0.05 mm and individual biomass were
estimated from known taxa-specific length-weight relationships
[47]. Total biomass was calculated by multiplying mean biomass
with density for each taxon. Temperature was monitored at the
outlet of Lake Krankesjon with an Onset StowAway Tidbit
temperature logger every four hours from December 2003 to April
2008.

Data analysis

For analyses of the development in body condition (&), and lipid
content, we used deviations from the average among fish caught at
the beginning of the experiment. The use of A in the following is,
hence, referring to relative K. The development in K and lipid
content was analyzed with repeated measures analysis in SPSS,
with food availability and temperature as factors. The intercept
was forced to zero as all values were relative to initial values. If
significant, analyses were carried out for food and no-food
treatments separately, with Tukey’s post hoc test for between
temperature effects.

Seasonal patterns in zooplankton density (Z) and temperature
(7) from November to mid-April pooled over all years were
analyzed with quadratic polynomial regression (In Z=c + bt + a/’
for zooplankton density and T=c + bt + ai’ for temperature,
where ¢ 1is day of winter and a, b, and ¢ are constants). Since both
temperature and zooplankton density values are lowest during
mid-winter and data were only analyzed over winter months,
quadratic polynomial regression with a positive quadrant was
used. Average residuals for each year were used as an estimate of
yearly deviations of the average seasonal patterns in temperature
and zooplankton biomass.

Results

Fish overwintering success

Condition factor (K) was significantly affected by both
temperature (rmMANOVA; F=10.4; p=0.002) and food availabil-
ity (rmANOVA; F=390.7; p<<0.001), and there was a significant
temperature*food interaction (rmANOVA; F'=16.4; p<<0.001). K
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decreased during the experimental period for fish in all treatments
without food (Fig. 1), and there was a significant effect of
temperature (rmANOVA; F=309.8; p<<0.001). Post hoc tests
revealed that K in the 4.5°C treatment progressed significantly
different from both the 0.5°C (Tukey HSD; p=0.023) and the
2.5°C treatment (Tukey HSD; p=0.011), whereas there was no
difference between the 0.5°C and the 2.5°C treatments (Tukey
HSD; p=0.769). Thus, without food, K decreased at a faster rate
in the warmest temperature (Fig. 2). At the end of the experiment,
average K values in the 4.5°C treatment approached those of fish
that died during the experiment (Fig. 1). Since mortality primarily
occurred in the 4.5°C treatment towards the end of the
experiment, the KA value of dead fish (average A =
S.D.=—0.067 = 0.025) could be seen as a critical value. Linear
regression analyses suggest that this value will be reached after 108
days at 4.5°C; 160 days at 2.5°C and 155 days at 0.5°C. For each
temperature, food had a significant effect on condition develop-
ment (p<<0.001 for all).

Temperature also had a significant effect on the progression of A
(rmANOVA; F=20.4; p=0.001) in treatments with food (Fig. 1).
The progression of K in the 0.5°C treatment was significantly
different from both the 2.5°C (Tukey HSD; p=10.004) and the
4.5°C  treatment (Tukey HSD; p=0.010), which were not
significantly different from each other (Tukey HSD; p=0.69).
More specifically, & at 0.5°C was found to decrease during the
experimental period (rmANOVA; test of within-subject contrasts;
F=29.5; p=0.032), whereas there was no change in A over time in
the two warmer treatments (2.5°C: F=0.181; p=0.712; 4.5°C:
F=0.008; p=0.937; Fig. 1). However, the rate of decrease at
0.5°C was lower than any of the treatments without food (Fig. 2).
A linear regression analysis showed that the critical A value would
not be reached until after 324 days.

In the field population, condition was lower (K= —0.033) at the
end of the study period than at the beginning (t-test; ¢;5=7.57;
$<<0.001). The average K in the natural population at the end of
the experiment was lower than that of fed experimental fish, but
higher than that of unfed fish (Fig. 1 & 2).

Food availability had a significant (rmANOVA; F=10.2;
p=0.009) effect on the change in lipid content of fish, whereas
neither temperature (rmANOVA; F=0.40; p=0.681) nor the
food*temperature interaction rmANOVA; F=0.90; p =0.897)
had any effect (Fig. 3). However, for unfed fish it appeared that
lipid levels dropped to a relatively constant level and remained
there throughout the experiment (Fig. 3), even before any
mortality occurred in this treatment. Since the average relative
lipid content of dead fish (average = S.D = -0.038%0.028) was
higher than the average end values for live fish without access to
food, it did not appear that there was a critical value for lipid
content (Fig. 3). Also in the natural population, the lipid content
was found to be lower at the end of the study period than at the
beginning (t-test; t49=4.43; p<<0.001; Fig. 3).

Lake temperature and zooplankton dynamics

Variation in lake water temperature occurred both within and
between years (Fig. 4a). In most years, water temperature dropped
to below 2°C in mid-November (between November 14 and 19)
except for the winter 2006/07, where lake temperatures below
2°C were not recorded until February 9. Temperature followed a
quadratic polynomial pattern from November to mid-April
(T=7.5-0.15 ¢+ 0.0009%; 7* = 0.44; p<<0.001) and yearly average
deviation from this pattern ranged from -0.76 to +2.2°C. Hence,
despite large within year variations, there were remarkable
differences between years in winter water temperatures.
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Figure 1. Standardized development of condition (K) for unfed (top panel) and fed fish (lower panel) at three different
experimental temperatures. Values at day 0 are based on fish caught in the field and data for field caught fish at day 98 are indicated by arrows.
Punctured horizontal lines indicate average (*+ S.E.) standardized dry-weight condition of fish that died during the experiment. Error bars indicate S.E.
and bold error bars indicate S.E. for fish caught in the field at day 0 and day 98.

doi:10.1371/journal.pone.0024022.g001

Zooplankton biomass and dynamics during winter, 1Le., from
November to April, varied considerably between years. For
example, the highest zooplankton biomass (1087 pugl™' on
March 23, 2006) was more than three orders of magnitude
higher than the lowest detected zooplankton biomass (0.3 ugl ™
on March 1, 2005). However, zooplankton biomass was
generally low between early December and mid-February and
the dynamics followed a quadratic polynomial pattern (In Z =4.5
-0.06¢ + 0.00044%; ¥ =0.29; p<<0.001) when including data from
all years (Fig. 4b) and the average deviation from this pattern
ranged between 54.2 pgl™' below and 228.6 pgl™' above the
average.

Average deviation in zooplankton biomass during a winter was
not dependent on the average deviation in lake temperature (linear
regression, B =-0.016; F'=0.002; p = 0.968), i.e., years with low or
high temperature were in general not associated with high or low
densities of zooplankton.

@ PLoS ONE | www.plosone.org

Discussion

Here, we have empirically shown that even small temperature
differences (£2°C) may have significant effects on fish over-winter
success, measured as change in body condition, both in the
presence and absence of food. However, our results also clearly
show that temperature is only of minor importance when food
availability is not taken into account. Hence, increase in water
temperatures during winter in the range predicted due to climate
change may have consequences for fish survival. The effect may be
influenced by the corresponding response of the food source, in
this case the zooplankton community. Our field data from Lake
Krankesjon did not suggest a winter density-temperature relation-
ship for zooplankton. Only in very cold waters, where water
temperature is close to freezing during longer periods in winter,
may an increased temperature have a positive effect on the fish
community, but then only if food is available.
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temperatures dependent on food supply. Error bars indicate standard error on regression coefficients.
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In our laboratory experiment, we found no significant difference
in condition or lipid content between the 2.5°C and the 4.5°C
treatment where food was available. Differences are not expected
at the higher range winter temperatures, as most temperate fish do
not grow at any temperature found during winter, e.g., for roach
below 12°C [48]. However, in a situation where food is limiting,
the increased winter temperature will most likely have negative
impacts on fish condition, dependent upon the amount temper-
ature increases. For example, at low food levels, a two degree
increase from 2.5°C to 4.5°C has a larger effect than an increase
from 0.5°C to 2.5°C. Our results thus suggest that climate
warming is likely to have different effects on fish over-wintering
success depending on local temperature regimes. If local winter
temperatures are originally very close to 0°C, a few degrees
warming may be beneficial for the fish, but if local winter
temperatures are originally above 2°C, a further increase of water
temperature during winter may have a negative impact on fish
over-wintering success. Together, these notions indicate that the
effect on climatic winter warming on the fish community depends
on the food supply, and that the potential benefits from increased
winter temperature are much smaller than the potential risks. This
may not only apply to fish, but also to other non-hibernating
ectothermic organisms living in water, such as molluscs,
arthropods and crustaceans, when winter temperatures are below
the minimum temperature that allows somatic growth. However,
before generalizing the results to other species, it should be taken
into account that fish, as other ectothermic organisms, have
different temperature optima and different adaptations to low
temperatures [49,50]. Roach may be better at coping with low
temperatures than e.g. more warm-water adapted species such as
many North American centrarchids, European tench (Tinca tinca)
or crucian carp (Carassius carassius). For these more warm-water
adapted species, food availability may not have a large influence at
our lowest temperatures, although the general conclusions of this
study should still apply at their higher temperature ranges. On the
other hand, cold-water adapted fish such as salmonids, especially
Arctic charr (Salvelinus alpinus) can be hypothesized to be even more
vulnerable to higher winter temperatures (e.g. [51]).

Food availability had an impact on condition development even
at the lowest temperature treatment (0.5°C), which is in line with
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observations of roach feeding during winter in similar ecosystems
[52]. This illustrates that food intake is important for overwinter
success, le., decreasing depletion rates of lipid reserves, even at
temperatures very close to freezing. This further supports past
research questioning the obligate starvation at very low temper-
atures due to minimum food intake [41], although the reduction in
fish condition at 0.5°C when food was available is noteworthy. We
hypothesized that temperature would not affect fish condition
when food was available, as fish at all temperatures would be able
to adapt their food intake to their metabolic demands. However,
these results indicate that fish may not assimilate food at rates that
correspond to their metabolic rates at this temperature. Irrespec-
tive of the cause, the drop in condition may have effects on
individual fish and on fish communities. It is unlikely that this will
lead to death by starvation during winter as it would take almost a
year to reach the critical value for A.

Previous studies have suggested critical or threshold lipid levels
for fish, below which overwinter survival will be affected [34,53].
In our study the minimum lipid levels reached in fish did not
indicate a threshold level regarding survival, as mortality was low,
and surviving fish reached levels lower than the few fish that died
during the experiment. Minimum levels were reached early in all
unfed treatments, around day 40 (Fig. 3), and remained at this
level during the remainder of the experiment without significantly
affecting survival in these treatments, while condition factors
decreased continuously throughout the experiment. This implies
that fish used other energy sources than lipids in the unfed
treatments, e.g., white muscle protein or glycogen [54]. Lipid
levels in fish in the field decreased during the experimental period;
however they did not approach the low levels found in the unfed
treatments. Although starvation-induced mortality in our study
was low, the different effects on condition and lipid levels caused
by temperature regime and food availability may still impact
populations in the field. The regression models did not predict
significant starvation-induced mortality in the field fish. However,
different environmental condition during the growth season in
other years may create different before-winter sizes of fish (e.g.
[53]). In fact, from survey data from the lake, we see years with
both a significantly higher and significantly lower average size of
0+ roach during autumn (J. Brodersen unpublished data), which
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doi:10.1371/journal.pone.0024022.g003

could lead to starvation mortality in years where 0+ roach are
relatively small. Many animals are able to compensate for periods
of food deprivation by subsequently increasing growth rates above
those of non-deprived animals [56,57]. However, this compensa-
tory growth comes with a cost, e.g., increased predation caused by
risk-taking behaviour or increased delayed mortality [11,58].
Thus, these sub-lethal climate and food induced differences in fish
condition and lipids may have profound effects on fish population
dynamics and food web interactions in the field.

Our analysis of five years of zooplankton and temperature data
from Lake Krankesjon showed that there was no correlation

@ PLoS ONE | www.plosone.org

between lake temperature and zooplankton biomass during winter
despite high among year variation. Although this does not exclude
that zooplankton biomass during winter will be affected by climate
change (see e.g., [59]), it indicates that the zooplankton response is
complex and not directly coupled to temperature, and that it
makes sense to treat temperature and food availability as two
independent explanatory variables for fish over-wintering success.
This further illustrates the importance of increased knowledge on
how zooplankton winter biomass will develop under different
climate change scenarios. At present, most focus has been on the
effects on zooplankton spring phenology. Here zooplankton
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biomass is thought to increase earlier in spring with the increase of
winter and spring mean temperatures [10,60-62], although also
mismatch scenarios, where spring phenology of zooplankton does
not follow temperature changes, have been suggested [7,63].
Although an early zooplankton peak may save some fish from
starvation, it is of little importance if fish reach critical K-levels
prior to the zooplankton increase. This is illustrated by the
prediction from the linear regressions obtained in our study, where
fish at 4.5°C without access to food would reach a critical
condition around April 1, whereas for fish at lower temperatures
this would not happen until mid-May. Although the lake
temperature data suggests that winters with 108 days of
temperatures of 4.5°C may be rare, there is still reason to believe
that fish may end up suffering from the higher winter
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values from quadratic polynomial regression analysis.

temperatures. First of all, temperatures above 4.5°C during
seasonal cooling and warming of lakes may increase the rate of
condition loss if sufficient food is not available. Secondly, fish may
in some years have a lower condition when entering the winter
period due to environmental conditions during the growth season
(e.g. [55]), which may lead to a shorter time to reach critical
condition levels. Furthermore, other lakes may have longer winter
periods, and in deep lakes fish may stay close to the bottom [64] at
temperatures closest to our warmest treatment. Fish from the field
population were still far from the critical A value at the end of
March. This could be explained by relatively normal tempera-
tures, but higher than average zooplankton densities. In the five
year data set, there was potential for up to a 2°C higher average
temperature coinciding with lower winter zooplankton density,
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which would lead to a faster decrease in body condition, and could
result in fish reaching critical A-levels.

Whereas our laboratory experiment included only treatments
with either excess food or no food, fish will under natural
conditions most often experience resource availabilities in between
these extremes. The data on zooplankton biomass in the lake does
suggest, however, that food availability for zooplanktivorous fish
may range between very low to excess food availability. This is best
exemplified by the extremes in zooplankton biomass in March
with zooplankton biomass only just above detection level (0.3 pg
17! in one year and very high zooplankton biomass (1087 ug 1™ ")
in another. To further increase our understanding of when food
availability becomes limiting under field conditions during winter
(e.g. [18]), there is a need for studies quantifying critical resource
densities for zooplankton feeding fish at winter conditions.

In our experiment, we kept all treatments at constant
temperatures to limit the number of independent variables. Under
natural conditions, however, characteristics in the cooling and
warming before, during and at the end of winter may have
significant impacts on overwintering success of fish. Natural
variation in cooling and warming includes, beside timing, rate of
change on a seasonal scale, and frequency amplitude and rate of
change on a short-term, within-season scale. The variation in the
latter, i.e. the within-winter stability of temperature, is affected by
ice cover. Lake Krankesjon freezes in most winters, but the
duration of the ice cover is variable. Other lakes that have more
consistent ice cover may show little between-year variation in
temperature, but higher variation in duration of low temperatures.
However, even in such lakes, fish may experience temperature
differences corresponding to the ones explored in our experiment
depending on within lake habitat availability. Here, lake
morphometry will likely play an important role for the fish’s
response to low temperature and variable food availability. The
thermal habitat of lakes is predicted to change with climate change
[59], more so in shallow than in deep lakes [65]. In deep lakes,
water temperatures close to the bottom will be close to 4°Cl, which
corresponds to the warmest treatment in our experiment, and prey
fish, such as most cyprinids, usually aggregate at greater depths
(e.g., [64]). Fish would here be able to migrate to lower
temperatures higher in the water column, which would decrease
metabolism and, hence, be beneficial in case of food scarcity, but
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In conclusion, our results show that the effects of even small
temperature differences may be crucial for fish over-winter success
and, further, that temperature alone has little power in predicting
effects when food abundance is not taken into account. To fully
understand the effects of this under field conditions, more work is
needed to explore the complex relationship between climate
change and zooplankton dynamics, and thus to determine the
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affect fish populations during winter. We hence suggest that future
studies should pay attention to the effects of climate change on
over-winter zooplankton biomass and subsequent effects on fish
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Acknowledgments

We wish to thank Meghan Avolio, Rolf Vinebrooke and three anonymous
reviewers for valuable comments on the manuscript.

Author Contributions

Conceived and designed the experiments: JB OB LAH CB. Performed the
experiments: JB JLRG M]J AN. Analyzed the data: JB PAN OB.
Contributed reagents/materials/analysis tools: LAH OB. Wrote the paper:
JB JLRG MJ LAH CB PAN AN OB.

10. Seebens H, Straile D, Hoegg R, Stich H-B, Einsle U (2007) Population dynamics
of a freshwater calanoid copepod: complex response to changes in trophic status
and climate variability. Limnology & Oceanography 52: 2364-2372.

11. Biro PA, Post JR, Booth DJ (2007) Mechanisms for climate-induced mortality of
fish populations in whole-lake experiments. Proceedings of the National
Academy Sciences, USA 104: 9715-9719.

12. Hansson L-A, Nicolle A, Brodersen J, Romare P, Skov C (2007) Consequences
of fish predation, migration and juvenile ontogeny on zooplankton spring
dynamics. Limnology & Oceanography 52: 696-706.

13. Hurrell JW (1995) Decadal trends in the North Atlantic oscillation: regional
temperatures and predictions. Science 269: 676-679.

14. Rummukainen M, Riisinen J, Bringfelt B, Ullerstig A, Omstedt A, et al. (2001)
A regional climate model for northeastern Europe: model description and
downscaling of two GCM control situations. Climate Dynamics 17: 339-359.

15. Raisanen J, Hansson U, Ullerstig A, Déscher R, Graham LP, et al. (2004)
European climate in the late twenty-first century: regional simulations with two
driving global models and two forcing scenarios. Climate Dynamics 22: 13-31.

16. Christensen JH, Hewitson B, Busuioc A, Chen A, Gao X, et al. (2007) Regional
Climate Projections, Climate Change 2007: The Physical Science Basis.
Contribution of Working Group I to the Fourth Assessment Report of the
Intergovernmental Panel on Climate Change. Cambridge: Cambridge Univer-
sity Press. pp 847-940.

17. MacCulloch RD, Secoy DM (1983) Demography, growth, and food of western
painted turtles, Crysemus picta bellii (Gray), from Southern Saskatchewan.
Canadian Journal of Zoology 61: 1499-1509.

October 2011 | Volume 6 | Issue 10 | e24022



22.

23.

24.

28.

29.

30.

31.

32.

36.

37.

38.

39.

40.

41.

43.

44.

. Bystrém P, Andersson J, Kiessling A, Eriksson L-O (2006) Size and temperature

dependent foraging capacities and metabolism: consequences for winter
starvation mortality in fish. Oikos 115: 43-52.

. Hurst TP (2007) Causes and consequences of winter mortality of fishes. Journal

of Fish Biology 71: 315-345.
Sommer U, Glimicz ZM, Lampert W, Duncan A (1986) The PEG-model of
seasonal succession of planktonic events in fresh waters. Archieve fiir

Hydrobiologie 106: 433-471.

. Graeb BDS, Dettmers JM, Wahl DH, Caceres CE (2004) Fish size and prey

availability affect growth, survival, prey selection, and foraging behavior of larval
yellow perch. Transactions of the American Fisheries Society 133: 504-514.
Hoxmeier RJH, Wahl DH, Hooe ML, Pierce CL (2004) Growth and survival of
larval walleyes in response to prey availability. Transactions of the American
Fisheries Society 133: 45-54.

Weatherley AH, Gill HS (1987) The biology of fish growth. London: Academic
Press.

Derickson, WK (1976) Lipid storage and utilization in reptiles. American
Zoologist 16: 711-723.

. Fitzpatrick LC (1976) Life history patterns of storage and utilization of lipids for

energy in amphibians. American Zoologist 16: 725-732.

. Arts MT, Evans MS (1991) Optical-digital measurements of energy reserves in

calanoid copepods: intersegmental distribution and seasonal patterns. Limnology
& Oceanography 36: 289-298.

. Dratnal E, Reddy DC, Biernacka B, Davies RW (1993) Facultative physiological

adaptation and compensation to winter stresses in the predatory leech Nephelopsis
obscura. Functional Ecology 7: 91-96.

Ultsch GR (1989) Ecology and physiology of hibernation and overwintering
among freshwater fishes, turtles, and snakes. Biological Reviews 64: 435-516.
Constanzo JP, Iverson JB, Wright MF, Lee RE Jr. (1995) Cold Hardiness and
overwintering strategies of hatchlings in an assemblage of northern turtles.
Ecology 76: 1772-1785.

Henen BT (1997) Seasonal and annual energy budgets of female desert tortoises
(Gopherus agassizi). Ecology 78: 283-296.

Reznick DN, Braun B (1987) Fat cycling in the mosquitofish (Gambusia affinis): fat
storage as a reproductive adaptation. Oecologia 73: 401-413.

Schultz ET, Clifton LM, Warner RR (1991) Energetic constraints and size-based
tactics: the adaptive significance of breedingschedule variation in a marine fish
(Embiotocidae: Micrometrus minimus). American Naturalist 38: 1408-1430.

. Hurst TP, Conover DO (2003) Seasonal and interannual variation in the

allometry of energy allocation in juvenile striped bass. Ecology 84: 3360-3369.
Sogard SM, Olla BL (2000) Endurance of simulated winter conditions by age-o
walleye Pollock: effects of body size, water temperature and energy stores.
Journal of Fish Biology 56: 1-21.

Shuter BJ, Post JR (1990) Climate, population viability, and the zoogeography of
temperate fishes. Transacions of the American Fisheries Society 119: 314-336.
Schultz ET, Conover DO (1999) The allometry of energy reserve depletion: test
of a mechanism for size-dependent winter mortality. Oecologia 119: 474-483.
Reading CJ (2007) Linking global warming to amphibian decline through its
effects on female body condition and survivorship. Oecologia 151: 125-131.
Cunjak RA, Curry A, Power G (1987) Seasonal energy budget of brook trout in
streams: Implications of a possible deficit in early winter. Transactions of the
American Fisheries Society 116: 817-828.

Johnson MG, Charlton WH (1960) Some effects of temperature on the
metabolism and activity of the largemouth bass, Micropterus salmoides, Lacepede.
The Progressive Fish-Culturist 22: 155-163.

Shuter BJ, MacLean JA, Fry FE]J, Reiger HA (1980) Stochastic simulation of
temperature effects on first-year survival of smallmouth bass. Transactions of the
American Fisheries Society 109: 1-34.

Garvey JE, Wright RA, Stein RA (1998) Overwinter growth and survival of age-
0 largemouth bass (Micropterus salmoides): revisiting the role of body size. Canadian
Journal of Fisheries and Aquatic Sciences 55: 2414-2424.

. Kottelat M, Freyhof J (2007) Handbook of European freshwater fish. Berlin,

Germany: Kottelat, Cornol, Switzerland and Freyhof.

Cryer M, Peirson G, Townsend CR (1986) Reciprocal interactions between
roach, Rutilus rutilus, and zooplankton in a small lake: prey dynamics and fish
growth and recruitment. Limnology & Oceanography 31: 1022-1038.
Jeppesen E, Jensen JP, Jensen C, Faafeng B, Hessen DO, et al. (2003) The
impact of nutrient state and lake depth on top-down control in the pelagic zone
of lakes: a study of 466 lakes from the temperate zone to the arctic. Ecosystems 6:

313-325.

@ PLoS ONE | www.plosone.org

46.

47.

48.

49.

50.

51.

52.

53.

54.

57.

58.

59.

60.

61.

66.

67.

68.

70.

Food and Temperature Effects on Fish Overwintering

. Brodersen J, Nilsson PA, Hansson L-A, Skov C, Bronmark C (2008) Condition-

dependent individual decision-making determines cyprinid partial migration.
Ecology 89: 1195-1200.

Bligh EG, Dyer WY (1959) A rapid method of total lipid extraction and
purification. Canadian Journal of Biochemistry and Physiology 37: 911-917.
Bottrell HH, Duncan A, Gliwicz ZM, Grygierek E, Herzig A, et al. (1976) A
review of some problems in zooplankton production studies. Norwegian Journal
of Zoology 24: 419-456.

van Dijk PLM, Staaks G, Hardewig I (2002) The effect of fasting and refeeding
on temperature preference, activity and growth of roach, Rutilus rutilus.
Occologia 130: 496-504.

Somero GN, Hochachka PW (1971) Biochemical adaption to the environment.
American Zoologist 11: 159-167.

Fry FEJ (1971) The effect of environmental factors on the physiology of fish. In
Fish Physiology Volume VI: Environmental Relations and Behavior Hoar WS,
Randall DJ, eds. New York, NY: Academic Press. pp 1-98.

Lehtonen H (1996) Potential effects of global warming on northern European
freshwater fish and fisheries. Fisheries Management and Ecology 3: 59-71.
Nielsen T (2008) Winter migration of roach (Rutilus rutilus L.). Causes and
consequences. Master Thesis, Aahus University.

Biro PA, Morton AE, Post JR, Parkinson EA (2004) Over-winter lipid depletion
and mortality of age-0 rainbow trout (Onchorhynchus mykiss). Canadian Journal of
Fisheries and Aquatic Sciences 61: 1513-1519.

van Dijk PLM, Hardewig I, Hélker F (2005) Energy reserves during food
deprivation and compensatory growth in juvenile roach: the importance of
season and temperature. Journal of Fish Biology 66: 167-181.

. Huss M, Bystrom P, Strand A, Eriksson L-O, Persson L (2008) Influence of

growth history on the accumultion of energy reserves and winter mortality in
young fish. Canadian Journal of Fisheries and Aquatic Society 65: 2149-2156.

. Ali M, Nicieza A, Wootton RJ (2003) Compensatory growth in fishes: a response

to growth depression. Fish and Fisheries 4: 147-190.

Jespersen LB, Toft S (2003) Compensatory growth following early nutritional
stress in the Wolf Spider Pardosa prativaga. Functional Ecology 17: 737-746.
Johnsson JI, Bohlin T (2006) The cost of catching up: increased winter mortality
following structural growth compensation in the wild. Proceedings of the Royal
Society of London B: Biological Sciences 273: 1281-1286.

Magnuson JJ, Webster KE, Assel RA, Bowser CJ, Dillon PJ, et al. (1997)
Potential effects of climate changes on aquatic systems: Laurentian Great Lakes
and Precambrian Shield Region. Hydrological Processes 11: 825-871.
Miiller-Navarra DC, Guss S, Von Storch H (1997) Interannual variability of
seasonal succession events in a temperate lake and its relation to temperature
variability. Global Change Biology 3: 429-438.

Adrian R, Hintze T, Walz N, Hoeg S, Rusche R (1999) Effects of winter
conditions on the plankton succession during spring in a shallow polymictic lake.
Freshwater Biology 41: 621-632.

62. Berger S-A, Diehl S, Stibor H, Trommer G, Ruhenstroth M, et al. (2007) Water

temperature and mixing depth affect timing and magnitude of events during
spring succession of the plankton. Oecologia 150: 643-654.

. Winder M, Schindler DE (2004) Climate change uncouples trophic interactions

in an aquatic ecosystem. Ecology 85: 2100-2106.

. Bohl E (1980) Diel patterns of pelagic distribution and feeding in planktivorous

fish. Oecologia 44: 368-375.

Stefan HG, Hondzo M, Eaton JG, McCormick JH (1995) Predicted effects of
global climate on fishes in Minnesota lakes. In Beamish R] (ed.), Climate change
and northern fish populations. Canadian Special Publication on Fisheries and
Aquatic Sciences 121: 57-72.

Hari RE, Livingstone DM, Siber R, Burkhardt-Holm P, Giittinger H (2006)
Consequences of climatic change for water temperature and brown trout
populations in Alpine rivers and streams. Global Change Biology 12: 10-26.
Bronmark C, Skov C, Brodersen J, Nilsson PA, Hansson L-A (2008) Seasonal
migration determined by a trade-off between predator avoidance and growth.
PLoS ONE 3: €1957. doi:10.1371/journal.pone.0001957.

Garvey JE, Ostrand KG, Wahl DH (2004) Energetics, predation, and ration
affect size-dependent growth and mortality of fish during winter. Ecology 85:
2860-2871.

Skov C, Brodersen J, Nilsson PA, Hansson L-A, Bronmark C (2008) Inter- and
size-specific patterns of fish seasonal migration between a shallow lake and its
streams. Ecology of Freshwater Fish 17: 406-415.

Brodersen J, Adahl E, Brénmark C, Hansson L-A (2008) Ecosystem effects of
partial fish migrations in lakes. Oikos 117: 40-46.

October 2011 | Volume 6 | Issue 10 | e24022



