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Preface

Salmon and trout both originated in the Northern Hemisphere and evolved in Europe and North
America. In addition, they have been deliberately released around the world since the 1850s; this is
not just because they are loved by anglers and fishermen, they are also high in nutritional value
and a popular choice for many dishes around the world. However, because of climate change, their
existence is threatened not only at the southern edge of their distribution, but over large parts of the
entire area in which they are present.

For this Special Issue, leading scientists from Europe and North America working with salmonid
ecologies were asked to share their knowledge and scientific findings about how climate change, with
its increasing temperatures and resultant changes in the flow regimes of rivers, affects the ecology of
natural salmonid populations. This is important both because of their economic value and iconic
status as indicators of clean, healthy habitats, and their importance in aquatic ecosystems over large
parts of the planet. Most salmon and trout species spawn in rivers, but many migrate long distances
in the ocean to find food, before returning to their river of origin for breeding. Therefore, the effects
of climate change on their ecology, both in fresh water and at sea, have become pressing issues.

The aim of collating these papers is, partly, to show how temperature changes, through
their effects on metabolic rates and behaviors, affect important biological characteristics, such as
muscle growth, body size, age of maturity and reproductive traits, and thereby their ability to
adapt to varying environments and to produce offspring under natural conditions. Temperature
also influences behaviors related to feeding, competition and predation, as well as migration and
movement between breeding, feeding and wintering habitats. Salmonids have very good spatial
cognition, and, during warm periods, they can locate cold-water refuges where they are able to escape
from hostile conditions. These relationships have been illustrated in case studies, modelling work and
literature reviews. This volume includes papers spanning a large geographic area from the Svalbard
Islands in the north (~80 °N) to Spain (~40 °N) in the south.

With climate warming, global precipitation patterns have changed. For instance, there is now
more precipitation at higher latitudes and less at lower latitudes. In the north, more precipitation
falls as rain and less as snow, and the durations in which ice sheets cover water have become
shorter. Another aim of this volume was to exhibit how these alterations may influence the ecology
of salmonids through behavioral studies and modelling exercises.

Some populations have declined and become extinct. Yet, habitat managers have enhanced
salmonid populations through supportive breeding practices and the release of hatchery-produced
fish. With such releases, however, genetic diversity has decreased, with negative effects on the fishes’
adaptability and reproduction. In this Special Issue, the authors provide advice on improving the
management of these populations in an altered climate. In addition, they also describe gaps in the
research related to species interactions, behavioral responses and biological characteristics, which, as
the authors reveal, could be important to students, researchers and research administrators.

Knowledge exchanges are a fundamental part of scientific investigations. This Special Issue
will hopefully contribute to this practice. Its target readers include students of fish ecology, fishery
managers, fellow researchers and interested naturalists, but also anglers who have gained a serious
interest in the natural history of their species of interest. This collection of papers will hopefully be of

help to salmonid research as well as their management and conservation in a changing climate.

ix



I'wish to thank the Managing Editor, Ms. Gemee Cheng, and the staff of Fishes for their excellent
co-operation and support as well as all of the authors that have willingly shared their knowledge and
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them all.
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Climate warming is a serious threat to many organisms, such as cold-adapted ec-
totherms. Among these, salmonid fishes are highly threatened not only at their southern
edge of distribution, but also in large parts of the temperate climate zone. With climate
warming, populations go extinct, population sizes decline, and there are sub-lethal effects
with genetic, epigenetic, and phenotypic changes as a result. These phenotypic changes
include changes in physiology, behaviour, life history, and distributions. For instance,
metabolic rates, growth and body size changes, and the tendencies and timings of migra-
tions are altered. In addition, exotic species spread and affect interspecific competition
and change threats from parasites, contagious diseases, and predators. Habitats also
change in an altered climate. In rivers, this means that flow regimes, feeding opportunities,
vegetation, substrate stability, oxygen concentration, particle transport, and the turbidity
of the water will change. It is important to document how these alterations influence
salmonid populations to reveal causes and effects and make predictions to foresee how
salmonid communities will be modified in the future to improve our ability to perform
proper management of habitats and populations.

The climate, i.e., the long-term pattern of the weather in a particular area, is constantly
changing. We all know how the weather can vary over a day, week, month, and year. In a
longer perspective, the weather is also changing, with cold and dry periods followed by
mild and wet ones. At least five major ice ages have occurred through the history of the
earth, and 10,000 years ago, in the early Holocene at the end of the last Ice Age, surface
temperatures in the Arctic were ca. 7 °C warmer than they are today. This was because of
the high energy flux from the sun in the atmosphere (radiative forcing) and the intensified
inflow of warm Atlantic waters towards the north [1]. The ocean north of Siberia was open,
and fish, such as walleye pollock Gadus chalcogrammus Pallas and Pacific herring Clupea
pallasi Valenciennes, spread from the Pacific to the Atlantic Ocean. Then, between 9500 and
8000 years ago, temperatures began to drop in response to freshwater fluxes from melting
ice. After that, the climate slowly became colder until a thermal low ca. 200 years before
the present, when the climate again changed and has since become gradually warmer.
After 1880, the surface temperature of the Earth increased by ca. 1.2 °C; a major part of
this increase was after 1975. Thus, the climate has always changed, and will do so in the
future, and fish have mechanisms that make them able to sustain climatic variations if
they are not extreme. In this volume of Fishes, ecologists present knowledge about how
salmonids spawning in fresh water react to climate warming, and what may be done to
mitigate negative population effects.

Temperature affects the metabolic rates and aerobic scope of fishes; the latter is the
difference between the maximum metabolic rate and the standard metabolic rate. Jonsson
([2], this volume) reviewed how metabolic rates are associated with growth, body size,
behaviour, and reproduction in salmonid species. In a warmer climate, adult body size
is expected to decrease, and the fish attain maturity at a younger age [3]. A younger age
at maturity is associated with the faster growth of juvenile fish. In addition to this direct
thermal effect, water temperature has an indirect effect, induced during early development,
and expressed in a later life stage as a knock-on effect. Among these indirect thermal
effects are changed egg sizes and effects on swimming and migratory activities. These
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phenotypically plastic responses may pre-adapt offspring to perform better in the expected
future thermal environment. The mechanism allowing this flexibility in ecology is not well
known, but epigenetic mechanisms have been a suggested cause [4].

The vulnerability of salmonids to climate warming is associated with their high
oxygen demand. The oxygen content in water decreases with increasing temperatures.
Thus, the production of salmonids in rivers at low latitudes and elevations has decreased
because of warm and stressful thermal regimes. To mitigate these production losses, fishery
managers release artificially bred offspring in rivers (supportive breeding). The fitness in
nature of the released fish is often low because of their inadequate behaviour [5]. Also,
releases may reduce the genetic diversity of natural populations. This may be because
a few captive parents produce large numbers of offspring that are released (the Ryman—
Laikre effect [6]). Almoddvar et al. ([7], this volume) show how the genetic diversity of
Atlantic salmon populations in Spain, at the southern edge of distribution in Europe, has
decreased dramatically in the last 70 years because of population reductions associated
with climate change and supportive stocking of artificially bred offspring from various,
often foreign sources.

Elevated temperature levels also influence the transcriptome (protein coding part
of the genome) of the skeletal muscles, thereby influencing the growth and activity of
fish. Molina et al. ([8], this volume) show how high temperatures upregulate many of
the genes associated with autophagy (breakdown and reuse of cell parts), amino acid
transport, and the glutamine metabolic process of rainbow trout Oncorhynchus mykiss, but
they downregulate several other genes associated with digestion and muscle contraction,
which are important for the adaptive processes of fish.

Many salmonids are anadromous, i.e., they migrate between rivers and the open
ocean and are particularly sensitive to climate warming at the time when they migrate to
sea at a life-stage called smolts. Vehanen et al. ([9], this volume) summarise how higher
temperatures lead to earlier smolting, which influences their survival at sea. In warmer
rivers, the salmonids smolt younger and smaller, and they leave earlier in spring, which
may result in a mismatch between migration timing and optimal conditions for survival
and growth at sea.

River flow changes with climate. The amount of precipitation increases in the northern
and decreases in the southern part of the Northern Hemisphere, and in the north, more
precipitation comes as rain instead of snow, with effects on the water flow and thermal
climate. Watz et al. ([10], this volume) investigated, with the use of replicated simulations,
the effects of increased temperature and discharge on the overwinter growth and mortality
of one- and two-summers-old freshwater resident Atlantic salmon and brown trout in
a regulated Swedish river. While increased water temperature had a positive effect on
growth, the effect of a changed flow depended on the winter temperature and differed
between the two species. Thus, climate change may affect the competition between salmon
and trout. Ecological models that predict the effects of different environmental conditions
may offer insight into such effects when in situ experiments are not feasible.

In temperate parts of Europe, the growth of Atlantic salmon during the first year
at sea has decreased [11,12]. Typically, this decrease is accompanied by decreased pro-
duction caused by younger age at maturity and a decrease in fish size [13]. Less is
known about the climatic effects of growth in sub-Arctic parts of Europe. However,
Alioravainen et al. ([14], this volume) found that freshwater growth has decreased in the
River Teno (Tana), a border river between northern Finland and Norway, which probably
holds the largest natural salmon population in the world. However, growth has increased
during their first year at sea, contrasting observations farther south in Europe. Post-smolts
of northern and southern salmon populations feed in different oceanic areas and may be
differently affected by recent environmental changes.

In rivers, salmonids avoid stressful temperatures in thermal refuges. Linnansaari et al.
([15], this volume) summarise how young salmon seek cold tributary plumes, groundwater
springs, alcoves and hyporheic upwellings, deep lakes, and artificial impoundments.
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Salmonids have very good spatial cognition to locate and re-locate cold-water refuges.
There, they may stay close together, although their distribution within the refuge can be
hierarchic. With continued climate warming, managers may create new thermal refuges in
rivers to protect fish populations.

Climate change may have a dramatic effect on the growth of Arctic charr in the high
Arctic. This species is the northernmost freshwater fish in the world and the only fish
species present in Arctic lakes on the Svalbard Islands (74-81 °N). Svenning et al. ([16], this
volume) investigated the growth of Arctic charr in two Svalbard lakes between 1960 and
2008. The growth rate of young Arctic charr correlated positively with the air temperature,
but negatively with the annual snow accumulation. This suggests that Arctic charr may
grow better in a future with warmer Arctic lakes. On the other hand, the authors speculate
that a loss of glacier rivers in a warmer future may affect the opportunity of anadromous
Arctic charr to migrate to and from the sea, where the sub-adults and adults in these
populations grow the most. New fish species may also enter northern rivers in a warmer
future, influencing the success of Arctic charr because of interspecific interactions [17].

In a warmer northern climate, the ice-covered period will decrease in length, and
salmonids will be more exposed to predators in winter. Filipsson et al. ([18], this volume)
used experimental flumes to examine how surface ice and light affected the anti-predator
behaviour of juvenile brown trout (Salmo trutta) in relation to piscivorous burbot Lota lota
and northern pike Esox lucius at 4 °C. Trout had lower foraging and swimming activity and
spent more time sheltering when predators were present than when absent. In daylight,
the trout’s swimming activity was not affected by predators, but in darkness trout were
less active when predators were present. Trout consumed more drifting prey during the
day when ice was present and positioned themselves further upstream when ice was not
present. In the presence of pike, the trout stayed closer to conspecifics under ice. Thus,
one may consider not only the potential for adaptation to changes in abiotic factors during
climate change, but also how changes in environmental factors can affect behavioural
species interactions which influence their survival.

In the last paper of this volume, Crozier and Siegel [19] performed a systematic litera-
ture review of climate impacts on Pacific and Atlantic salmon as a resource for stakeholders,
managers, and researchers. They review published studies that address climate impacts on
salmon from 2010 to 2021. They summarise expected phenotypic and genetic responses
and management actions by life stage. They also show the largest research gaps related
to species interactions, behavioural responses, and effects across life stages. With this
literature collection, one may better perform salmonid management in a changing climate.

Conflicts of Interest: The author declares no conflicts of interest.
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Abstract: Here, I review thermal influences on metabolic rates and aerobic scope; growth; adult
body size; and reproductive and behavioural traits, such as tendency and timing of the migration of
salmonid fishes. A thermal window bounded by the upper and lower incipient lethal temperatures
(UILT and LILT) determines where salmonids can survive. For most salmonids, LILT is close to 0 and
UILT is between 20 and 30 °C. UILT and LILT are influenced by the acclimation temperature. Thermal
tolerance is affected by fish size and ambient oxygen content, which decreases with increasing
temperature. Standard metabolic rate (SMR), the energy required to maintain essential functions,
increases with temperature, whereas maximum metabolic rate (MMR) increases with temperature
until reaching a peak (pejus). Then, it decreases gradually to zero, i.e., the upper critical limit (Tcyy).
Aerobic scope (AS = MMR-SMR) reaches its maximum at the pejus temperature. Metabolic rates
and aerobic scope can be modified by temperatures that the fish experiences during embryogenesis
and possibly also as larvae and young fry. At maximum feeding, maximum growth increases to
a point at or below the pejus temperature. The optimum temperature for growth decreases with
reduced food intake and increased body size. As for metabolic rate, the growth rate is influenced by
the temperature during embryonic development. In a warmer climate, adult body size is expected to
decrease chiefly because of a younger age at maturity. Parental fish retained at a higher temperature
during maturation produce larger eggs, and this change in egg size may also be transferred to
next-generation offspring. Furthermore, embryogenesis in warmer water leads to larger gonad and
egg sizes at maturity. Water temperature influences locomotion, foraging and migratory activity. In a
warmer climate, juveniles migrate to the sea earlier in spring. In addition, higher embryo temperature
leads to delayed return of adult salmon from the ocean. Thus, temperature affects life history traits of
salmonid fishes, partly as a direct effect on metabolic rates and food consumption and partly induced
as a phenotypically plastic effect. The phenotypically plastic response may preadapt offspring to
perform better in the expected future thermal environment.

Keywords: adaptive developmental programming; behaviour; climate; life history traits; metabolism;
Salmonidae; temperature

Key Contribution: This paper summarizes the literature on how water temperature—via influences
on metabolic rates and growth—affects life history traits of salmonid fishes. In addition, temperature
during embryogenesis and early life of the organisms may have phenotypically plastic knock-on
effects on these traits through epigenetic mechanisms such as DNA methylation.

1. Introduction

The global climate is gradually becoming more variable and warmer. Mean surface
temperature has increased by ca. 1 °C during the last 100 years and is expected to increase
even faster towards 2100 [1,2]. Climate change is one of the reasons why animal populations
decline, and local extinctions occur at the warmest part of their distribution areas [3]. Fish
are vulnerable to temperature increases because their body temperature varies with that
of the surrounding water, and the oxygen content in water is low and decreases when
the water becomes warmer [4]. Higher temperatures also have sublethal effects, such as
changes in biochemical reactions in the body and ecological traits such as growth, body
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size, age at maturity and behaviour [5]. Many of the ecological changes in species are linked
to changes in life history and behavioural traits. Herein, I review how water temperature
affects these traits of salmonid fishes.

Salmonidae, with subfamilies Coregoninae (freshwater whitefishes), Thymallinae
(graylings), and Salmoninae (trout, salmon, charr, lenoks, and taimens), are globally dis-
tributed in fresh water and as anadromous fish migrating in sea water [6]. This is an
important fish family not only economically but also culturally and ecologically [7]. These
species provide food for millions of people, as well as recreation and sport, and they play
key roles in ecosystem functioning and health [8,9]. However, many salmonid species are
in decline because of a multitude of human-induced pressures including climate warm-
ing [10-13]. For instance, brown trout (Salmo trutta L., 1759) has been in strong decline in
southern Europe because of climate warming and an increased prevalence of extremely
warm events [14-16]. Many other salmonids also show strong climate-associated declines,
such as chinook salmon (Oncorhynchus tshawytscha Walbaum, 1792) [17], bull trout (Salveli-
nus confluentus Suckley, 1859) [18], Arctic charr (Salvelinus alpinus L., 1759) [19] and Atlantic
salmon (Salmo salar L., 1759) [20,21].

Climate warming concerns Salmonidae because they are cold water species with high
oxygen demands. Oxygen has low solubility in water, and dissolved O, content in fully
saturated water decreases by approximately 2% per 1°C increase in temperature within
the thermal niche of salmonids [22]. The species become stressed when the temperature
increases above their normal thermal niche and go extinct if temperatures increase too
quickly or too much [23]. The optimal temperatures for growth of the juveniles of most
species are around 15 °C, and thermal stress and death occur between 20 and 30 °C (Table 1).

Table 1. Thermal sensitivity of selected salmonids. Optimal temperature for growth, upper crit-
ical maximum temperature at which death is almost instantaneous and upper incipient critical
temperature over which the juveniles do not feed and eventually die with sources of reference.

Optimal Upper Critical Upper Incipient Critical
Species Temperature for Maximum Temperature (°C) References
Growth (°C) Temperature (°C) P
Atlantic salmon Salmo salar 16-20 28-33 27 [24,25]
Brown trout Salmo trutta 13-17 26-30 22-25 [25-28]
Rainbow trout Oncorhynchus
mykiss (Walbaum, 1792) 15-19 30 2427 [29-32]
Chinook salmon Oncorhynchus 15-19 29 25 [33]
tshawytscha
Sockeye salmon Oncorhynchus
nerka (Walbaum, 1759) 15 23-26 [34,35]
Cutthroat trout Oncorhynchus
clarkia (Richardson, 1836) 13-14 28 19-25 [29,36,37]
Coho salmon Oncorhynchus kisutch
(Walbaum, 1792) 12-15 29 25-26 [33,38]
Chum salmon Oncorhynchus keta
(Walbaum, 1792) 12-14 32-34 22-24 [33,38,39]
Brook trout Salvelinus fontinalis
(Mitchill, 1814) 12-16 28-31 25 [36,40-42]
Arctic charr Salvelinus alpinus (L.) 14-17 26-27 22-23 [25,43,44]
Whitespotted charr Salvelinus
leucomaenis (Pallas, 1814) 26-28 [45]
Lake trout Salvelinus namaycush 1 28-29 o1 [46-49]

(Walbaum, 1792)
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Table 1. Cont.

Optimal Upper Critical Upper Incipient Critical
Species Temperature for Maximum Temperature (°C) References
Growth (°C) Temperature (°C) P
Bull trout Salvelinus confluentus 12-16 25-29 21 [41,42,44]
Dolly varden Salvelinus malma
(Walbaum, 1792) 22-23 [43]
European grayling Thymallus
thymallus (L., 1759) 17 21 [50]
Arctic grayling Thymallus arcticus 29 23-05 [51,52]

(Pallas, 1776)

Individuals have a limited ability to face thermal stress and adjust to rapidly changing
temperature. Consequently, populations may decline, extirpate, or even go extinct when
the climate changes quickly [53-56]. Fish are ectotherms, and their metabolic and devel-
opmental rates, as well as behaviour, are strongly affected by their ambient temperature.
However, owing to heritability and phenotypic plasticity, vulnerability varies among in-
dividuals and populations [57]. Variations in genetic structure, composition and function
influence the capacity of individuals and populations to endure warmer conditions [55,58],
and individual variations in thermal tolerance have important implications for the vulner-
ability to both short-term extreme heat waves and long-term, gradual warming [53]. In
addition, thermal sensitivity varies ontogenetically. Young, highly oxygen-requiring stages
are more sensitive to warming than older stages [59]. Furthermore, the rate of change in
body temperature is inversely related to the mass of the fish, making small salmonids more
susceptible to variations in water temperature than larger conspecifics [60]. Embryos are
also more sensitive to thermal stress than advanced stages because of their rapid formation
of tissues, structures, and organs [61].

Thermal limits increase with increasing acclimation temperature but only to a certain
point. For instance, the upper incipient critical temperature (cf. Table 1) of brown trout
increases from 20 to 25 °C as the acclimation temperature increases from 0 to 18 °C, but
it does not increase any further at higher acclimation temperatures [60]. The incipient
critical temperature defines a tolerance zone that is stressful, but the fish can stay alive for
a considerable length of time in even warmer water. However, outside the tolerance zone,
the thermal stress is lethal. The upper critical maximum temperature is the temperature at
which death is almost instantaneous, i.e., the limit of the critical range.

Phenotypic plasticity can buffer against the immediate impacts of thermal stress and
reduce the sensitivity of individuals [3]. Phenotypic plasticity may develop as a knock-
on effect, which is the ability of a genotype to later express alternative phenotypes in
response to environmental differences [46]. Knock-on effects consist of cues or imprints
experienced in a sensitive phase, transferred as a parental effect, or induced early in life,
which change developmental rates, activities, or resource use [62]. Salmonids appear to be
sensitive to environmental knock-on effects during embryogenesis or at the alevin stage,
with later effects on morphology, life history, physiology, and behaviour. This plasticity
may be an epigenetic effect [62]. Epigenetic effects are transcriptional regulators of DNA.
Methylations of CpG sites in DNA sequences are the most extensively studied mechanism
of epigenetic effects in ecology [63]. Methylation of CpG sites in regulatory regions of DNA
downregulates genetic expression, and demethylation upregulates genetic expressions [64].
Other epigenetic mechanisms include histone modifications and microRNA, which alter the
transcriptional capacities of genomes [63]. However, little is known about how phenotypic
plasticity is genetically or epigenetically regulated.

Herein, I review thermal influences on metabolic rates; aerobic scope; growth; adult
body size; and reproductive and behavioural traits such as tendency and timing of migra-
tion of salmonid fishes. Many examples from studies of brown trout and Atlantic salmon
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are included. These fishes have been used for scientific studies for more than 100 years, but
examples are also available from other genera and species. My view is that temperature acts
as a controller of these traits by governing the metabolic rate. There are both maximum and
minimum temperatures outside which the metabolic rate is no longer sufficient to maintain
life of the fish. I provide examples of direct thermal effects and how the temperature during
early life stages causes phenotypic changes later.

2. Metabolic Rates and Aerobic Scope

Metabolic rates, which are the sum of all energy-yielding processes, vary with temper-
ature and reflect the energetic cost of living [65,66]. The standard metabolic rate (SMR) is a
measure of the energy required to maintain essential functions, such as breathing and blood
circulation. SMR increases approximately proportionally with water temperature [67] and
decreases with increasing body mass. Mass-specific SMR declines as a negative power
function of body mass as organisms grow to maturity [68]. SMR should be measured in
unfed and not growing fish, as both digestion of food and growth use energy, which may
influence metabolic measurements [69]. For shorter time intervals, such as weeks or a
few months, the mass-specific SMR of a salmonid is stable and repeatable and may hold
even under variable thermal conditions [66,70]. For instance, McCarthy [71] demonstrated
the stability of SMR by correlating the mass-specific SMR of individual Atlantic salmon
measured 5 and 22 weeks after first feeding (June and October, respectively). This stabil-
ity makes SMR a useful measurement when considering physiological traits underlying
organismal performance [66].

The maximum metabolic rate (MMR) is the maximum rate of oxygen consumption
that fish can achieve and use to oxidize matter for ATP generation without accumulating
oxygen debt. MMR increases with temperature until reaching a peak called the pejus
temperature; then, it decreases gradually to zero, which is known as the upper critical
limit (Tcyit) [60,72]. Pejus temperature corresponds to the point at which individuals
start to lose individual performance capacity. At Tcyit, the survival of fish is time-limited,
and they live in a passive state [3]. The difference between the maximum and standard
metabolic rates is called the aerobic scope (AS = MMR-SMR) [72]. AS corresponds to the
highest level of energy available for activity. Individuals with higher aerobic scope are
better able to take advantages of high food abundance [66] and have improved locomotor
ability [73], boldness and competitive dominance, as well as increased levels of territorial
aggression [74]. The optimal temperature of a species or population is the temperature
resulting in the highest AS and determines their capacity to carry out functions such
as foraging, growth, competition, patrolling, immune reactions, and predator defence.
As these activities are temperature-dependent and influence spatial distributions and
phenology of populations, they are important in contexts of climate change [75,76].

Fish can only survive for long periods of time within temperature ranges where AS
is positive. The upper thermal limit is set by the physiological limits of aerobic capacity.
Thermal limit diversity among populations with different adaptive histories is likely a
result of adaptations in aerobic capacity to different environmental temperature regimes.
Thus, thermal tolerance may vary among populations within species as a response to past
selection. The ability to cope with global warming is determined by the upper thermal
tolerance limit, and populations exposed to high temperatures over their evolutionary
history exhibit higher thermal tolerance than conspecific populations developed under
colder thermal regimes [77]. For instance, Eliason et al. [78] reported that sockeye salmon
(Oncorhynchus nerka) in the Fraser River that experienced more challenging migratory
environments have greater AS than those with less arduous migrations and that variations
in AS are consistent with the historic river temperature ranges for each local population.
Thus, thermal adaptation appears to occur at a local scale, with population-specific thermal
limits set by physiological limitations in aerobic performance.

Variable environmental conditions influence metabolic rates. Oligney-Hébert et al. [79]
compared the metabolic rates of juvenile Atlantic salmon from two rivers with different
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thermal regimes and acclimated the fish to either 15 or 20 °C and constant (+0.5 °C) or
diel fluctuating (+2.5 °C) water temperature. Fluctuating temperature at 15 & 2.5 °C did
not influence SMR relative to stable temperature (15 £ 0.5 °C). However, diel temperature
fluctuation at 20 £ 2.5 °C increased the SMR of Atlantic salmon from the warmer river by
33.7% and in the colder river by 8 % compared with the same fish acclimated to a constant
temperature of 20 & 0.5 °C. Thus, the mean temperature to which the juveniles is exposed
may affect their responses to diel temperature fluctuation, and this response may vary
between populations originating from rivers with different natural thermal regimes.

On the other hand, intraspecific variations in AS need not be caused by genetic
differences. Instead, this may be a phenotypically plastic response induced by previously
experienced differences in thermal climate [80]. For instance, Cook et al. [81] reported that
temperatures experienced by brook trout (Salvelinus fontinalis) embryos affected body mass
and routine metabolic rates as free-swimming fry. Furthermore, prehatching temperature
influenced the metabolic rate of brown trout. Durtsche et al. [82] found that the SMR, MMR
and AS of young brown trout (parr) were reduced when incubated as embryos in 3°C
warmer water. This result is consistent with the counter-gradient variation hypothesis
(CGYV), according to which phenotypic variation—in this case, variation in metabolic
rates—is inversely related to thermal conditions experienced by the organisms in early
life [83]. This hypothesis was originally proposed in relation to altitudinal or latitudinal
gradients [84]. Thus, the temperature experienced when the fish develop within the
eggshell may preadapt individuals to life in either colder or warmer temperatures. Trout
experiencing cold environments as embryos prepare for life in a cold environment and
have higher metabolic rates at the same temperature than those that developed in warmer
water. Accordingly, those that develop in cold water compensate for negative effects of
low temperatures. A warm early environment favours low metabolic rates later, enabling
fishes to conserve energy in an otherwise costly environment. Thus, direct environmental
influences counteract inherited differences among natural populations growing up under
different thermal conditions through a process of thermal plasticity. There may also be
sensitive periods later in life during which SMR is programmed. For instance, Alvarez
et al. [85] found a negative correlation between the temperature experienced by brown
trout fry during the first 2 months after yolk resorption and SMR later. Thus, exposure
to low temperatures at an early stage in life increases the temperature-dependent SMR.
Such an early influence on metabolic rate has consequences for later growth, feeding and
locomotor activity.

3. Growth

The aerobic scope represents the capacity of organisms to concurrently supply oxygen
and energy for swimming, food digestion, absorption, assimilation (specific dynamic action
SDA) and growth. High energy intake leads to faster growth, although SDA also increases
with higher SMR food consumption and assimilation [86,87]. Typically, increased growth is
advantageous because it protects against gape-limited predators and increases competitive
ability and reproductive capacity [88]. However, a cost of faster growth may be reduced
life span. There is still little information about how individual fish share their resources
between these functions and restrict meal sizes to maximize growth and minimize the
probability of death.

Like AS, growth rate and food consumption increase with temperature to a maximum
point (optimal temperature for growth (Topt)) at which oxygen availability starts limiting
a further increase and the growth rate starts to decline [24,68]. The optimal temperature
depends on the oxygen content in the water. For individual fish, Top; is reduced if the
water is not fully saturated and increased if the water is supersaturated [89]. Temperature-
dependent reaction norms for growth and food consumption are maximized at approxi-
mately the same temperature [24], and the maximum point decreases with decreasing food
consumption [90,91]. Therefore, maximum growth of brown trout is reached at 13 °C for
invertebrate and pellet feeding and 16 °C for fish feeding on conspecifics [26,27].



Fishes 2023, 8, 337

There are small differences in Topy among salmonid species, and all have relatively
low thermal tolerances associated with their high oxygen requirements (Table 1). Typically,
the optimal temperature for growth is round 15 °C and is lowest in lake trout (12 °C) and
highest in Atlantic salmon (16-20 °C). There are intraspecific variations in thermal perfor-
mance among studies, which may be partly due to methodological variation across studies,
such as variation in size of test fish, acclimation temperature, oxygen content in water and
other stressful conditions [89]. In addition, there may be some genetic variation in thermal
performance [92,93]; however, when experimental conditions are similar, intraspecific vari-
ation in thermal performance is small. Debes et al. [94] investigated population differences
and within-population genetic variation and plasticity in thermal performance traits of
Atlantic salmon reared under common-garden conditions and found heritability for growth,
condition and CTy,x. However, with increasing acclimation temperature, differences in
the heritability of CTy,x diminished. CTyax and body size were negatively correlated at
the genetic and phenotypic levels, and there was indirect evidence of a positive correlation
between maximum growth and thermal performance breadth for growth. Thus, population
differences in thermal performance and plasticity may represent a genetic resource, in
addition to the within-population genetic variance, to facilitate thermal adaptation.

Optimal temperature for growth decreases with increasing fish size [73,95]. Therefore,
in lakes and at sea, large individuals often tend to live deeper and in colder water than
smaller conspecifics [95,96], and small individuals may show increased growth at the
same temperature as larger conspecifics experience negative growth because of lower
individual optimal temperature [97]. The effect of rearing temperature on the relationship
between growth and the metabolic rate of brown trout was studied by Archer et al. [98].
For 15 months, they kept study groups in either cold water ranging between 5.9 °C and
16.4 °C or in 1.8 °C warmer water (7.9-18.2 °C). They found that SMR was positively
related to growth in the cool water but negatively related to growth in the warmer water.
The opposite patterns were found for MMR and growth associations (positive in warm
and negative in the cool regime). Mean SMR but not MMR was lower in warm regimes
within both populations. Thus, there appears to be a phenotypic plastic reaction in the
relationship between growth and metabolic rate depending on the thermal regime of
the fish. Furthermore, a study by Finstad and Jonsson [99] demonstrated that embryo
temperature had a knock-on effect on the growth of young Atlantic salmon. Young juveniles
(parr) grew faster at the optimal temperature when the eggs were incubated in 7.2 4= 0.6 SD
instead of 2.6 °C & 0.4 SD water. A higher temperature during egg incubation also increases
smolt size at 1 year of age and size at maturity at 2 years of age in Atlantic salmon, but
it showed no effect on mass specific growth at sea after smolting [100,101] (Appendix A).
Higher egg incubation temperature appeared to stimulate the fish to feed more at 1 year of
age and therefore grow faster as young juveniles; however, this growth effect in the salmon
disappeared after smolting.

Although the optimal temperature for growth declines with increasing body size, em-
bryos, and alevins, which are very small, have narrower thermal limits and are more vulner-
able to high temperatures than larger fish. Early life stages are highly oxygen-demanding,
and high temperatures may have a negative effect on cellular functions through thermally
induced oxygen diffusion limitation [102]. In addition, cell proliferation, migration, dif-
ferentiation, and apoptosis (programmed cell death) are adversely affected by elevated
embryo temperature. In particular, the development of the central nervous system and
the notochord is highly susceptible to high temperatures [103]. The development of the
notochord is thermally sensitive because of effects on the sheath cells [104]. These cells
accumulate misfolded protein at elevated temperatures, leading to structural failure of the
notochord and other anatomic defects in the embryo, causing malformations and death.
Thus, both oxygen limitations and malformations during foetal development are causes of
the high temperature sensitivity of embryos and larvae.

There are inherited differences in reaction norms of temperature-dependent growth
among conspecific populations of Atlantic salmon, brown trout and Arctic charr [24,27,43]
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that may also hold for other salmonid species. Juveniles from large-sized, late-maturing
salmonids grow better at the same temperature than those from populations of small-sized,
late-maturing conspecifics. Growth differences possibly reflect different personalities of
the fish, as offspring of large, late-maturing fish also feed more at the same temperature
than those from populations of earlier-maturing conspecifics [24]. The optimal temperature
for growth is similar among Norwegian populations of Atlantic salmon, although the
thermal regimes of the rivers vary. Thus, differences in maximum growth among conspe-
cific populations appear to reflect habitat differences rather than differences in thermal
regimes [43,105,106].

4. Adult Size

According to the temperature-size rule for ectotherms, individuals maintained at a
lower temperature grow more slowly but become larger at sexual maturity than those
maintained at a higher temperature [107]. This is at least partly because age at maturity
is growth-dependent, and slower growth means delayed maturation [108-110]. However,
this does not necessarily mean that those that live in warm water are smaller in mean size
than those from colder environments. This depends on the difference in annual length
increment at the two temperatures and the fraction of the population that mature younger
in the warmer water. Experimentally, Jonsson et al. [109,110] showed that the probability
of that Atlantic salmon attained maturity for the first time during their second year in
sea water increased with increasing growth rate during the last winter before maturation.
Increased summer temperature had no additional effect. Atlantic salmon reared at elevated
temperature attained maturity at a larger body mass and exhibited higher mass—length
ratios than those of similar age reared in colder water. Temperature functions similarly
to the accelerator of a motor, and higher temperatures induce faster growth if the oxygen
supply is sufficient, i.e., below the pejus temperature.

Faster growth requires increased energetic assimilation, and recent findings indicate
poorer feeding opportunities of Atlantic salmon in the North Atlantic Ocean resulting
in poorer survival, reduced production, and smaller size for their age. However, size at
maturity may, on average, be larger in many rivers because the fish attain maturity at an
older age because of poorer growth [111,112]. Pacific salmon along the west coast of North
America, on the other hand, mature younger with decreased production because of ocean
warming, as found in large-scale investigations in Alaska [113,114]. The same declining
trends hold for chinook, chum, coho and sockeye salmon. Because of the smaller fish size
and reduced production, the effect is reduced nutrient transport from the ocean to rivers
and riparian and terrestrial ecosystems [115,116], reduced fisheries value and fewer meals
for rural people [114].

Polymorphism with sympatric morphs of different sizes occurs in several salmonids,
such as brown trout [117], Sevan trout (Salmo ischchan Kessler, 1877) [118], Arctic charr [119]
and freshwater whitefish (Coregonus spp.) [120]. Sympatric phenotypes often occur in pairs,
exhibiting a large and a small adult morphotype of the same species [121,122]; however,
in some systems, there are more than two sympatric forms. Sevan trout in Lake Sevan,
Armenia [118] and Arctic charr in Lake Thingvallavatn, Iceland, exhibit four sympatric
morphotypes [118,123]. The morph variation is partly inherited [121], and in several cases,
clear genetic foundations of morph differentiation have been demonstrated, along with
divergent life histories [120,124]. However, differences in egg incubation temperature may
also influence phenotypic differentiation.

Two forms of European whitefish (Coregonus lavaretus) segregate vertically in Traunsee,
Austria. The forms exhibit different metabolic adaptations and behavioural preferences
for different temperatures [125]. In the lake, the two forms diverge by incubating embryos
at either 2 °C or 6 °C, i.e., the typical temperature during embryogenesis of the two.
Offspring of the two forms were reared and subjected to similar thermal conditions after
hatching. The offspring differentiated in muscle growth and body size depending on the
egg temperature; offspring incubated as eggs in 2 °C water grew larger than those incubated
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at 6 °C, regardless of whether their parents were large or small whitefish. The experiment
also revealed that muscle hypertrophy (increased fibre size) and hyperplasia (increased
fibre number) were affected by the thermal histories. Immunolabeling showed that the
cellular mechanisms leading to increased growth after cold incubation were increased
proliferation and reduced differentiation rates of muscle precursor cells, most probably
associated with epigenetic differences. Thermal plasticity possibly arises from changes in
physiological and endocrinological pathways, in which epigenetic regulation is likely to
play an essential role [126].

Many salmonids are anadromous in addition to having freshwater living forms. This
is, for instance, observed in sockeye salmon, Arctic charr, brown trout and masu salmon
(Oncorhynchus masou Brevoort, 1856). For masu salmon, Morita et al. [127] showed that
these alternative tactics were associated with temperature gradients. The occurrence of
mature resident males increased, and the proportion of immature migrant males decreased
with increasing temperature in Japanese rivers. They suggested that the change in the ratio
of anadromous to freshwater resident males resulted from improved growth opportunities
in warmer water. According to Moran and Pérez-Figueroa [128], resident and anadromous
male Atlantic salmon differ in DNA methylation, although they are genetically similar.
Earlier maturation and freshwater residency may be mediated by epigenetic processes
rather than by genetic differences between young fish. How these differences develop is
still obscure.

5. Reproductive Traits

Reproductive processes of fish are affected by the environmental temperature. Mod-
erate thermal variation affects endocrine functions and either advance or retard game-
togenesis and maturation. Above-normal temperatures may have deleterious effects on
reproductive functions, and low temperatures can arrest the maturation process. For
instance, in Atlantic salmon females, exposure to elevated temperatures during gameto-
genesis may impair both gonadal steroid synthesis and hepatic vitellogenin production,
alter hepatic oestrogen receptor dynamics and ultimately result in reduced maternal in-
vestment and gamete viability [129]. High temperatures during maturation also impair
gonadal steroidogenesis and delay or inhibit the preovulatory shift from production of
androgens to maturation-inducing steroids. Similar effects are observed in rainbow trout
and Arctic charr [129]. In Atlantic salmon, higher temperature may increase maturation of
male parr [130,131], although in another study, Baum et al. [132] observed no effect of high
temperature on parr maturation. In male Arctic charr and rainbow trout, high temperatures
can inhibit spermiation (maturation-inducing steroids [129]), and it is reasonable to assume
that the same effect also holds for other salmonid species.

Furthermore, both egg size and fecundity tend to increase with female body size.
Thus, in a warmer climate with smaller females, egg sizes decrease. On the other hand,
egg size is larger for similarly sized conspecifics spawning in warmer streams [133-135].
The transformation from yolk to tissue is less effective under warmer conditions. Large
eggs are also favourable under poorer oxygen conditions [136]. Thus, increased egg size
may give offspring an adaptive benefit in a warmer climate and should be favoured by
natural selection. This is probably the reason why the egg size of salmonids decreases with
increasing latitude and altitude [133,135,137,138]. Egg size differences appear to diminish
when fish from different populations are reared under common thermal conditions, show-
ing that this trait is phenotypically plastic [133]. Furthermore, egg size is influenced by the
temperature that females experience during their own embryogenesis. A higher incubation
temperature stimulates females to produce larger eggs as a phenotypically plastic knock-on
effect [139,140]. Total ovary mass but not fecundity increases with incubation temperature
years earlier. Male gonad mass is also larger in fish incubated in warmer water.

Females retained in warmer water during maturation produce larger eggs. There is
also a transgenerational effect of temperature on egg size. Experimentally, Jonsson and
Jonsson [140] exhibited that the mass of eggs produced by next-generation females was
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larger when their mothers experienced warmer water during the last two months of egg
maturation relative to similar fish that experienced unheated water. This is possibly caused
by an epigenetic modification of the parental fish. In brook trout, using whole-genome
bisulphite sequencing, Venney et al. [141] found 188 differentially methylated DNA regions
due to parental maturation temperature. Stable intergenerational inheritance of DNA
methylation may transfer the epigenetic states to offspring, priming them for a warming
environment. This has implications regarding the role of intergenerational epigenetic
inheritance in response to climate change.

6. Behavioural Traits

Temperature influences fish behaviour, such as swimming activity and foraging,
exploratory behaviour, prey capture and predator avoidance [142,143].

The timing of smolt migration, i.e., when young anadromous salmonids migrate from
fresh water to the sea, occurs coincidentally with environmental changes such as increasing
temperature and day length in spring. The warmer the water is and faster the temperature
increase, the earlier in the season the smolts migrate downstream and out to sea [144-146].
Earlier outmigration from a warmer river appears to decrease smolt size and increase the
mortality of the fish, as found for brown trout and Atlantic salmon [147-149]. Thus, the body
size at migration is influenced by river temperature, with smaller smolts in warmer rivers,
as found for brown trout along the Norwegian coast [150]. However, river temperature
may not be the only factor that influences smolt size. Smolts are selected to survive in sea
water [151]. As the ionic stress in sea water increases with decreasing temperature, smolts
entering colder seas should be relatively large, as observed in anadromous brown trout
in Europe [152]. There is evidence that reduced survival is associated with earlier smolt
migration, as found for brown trout and Atlantic salmon in Norway [147,148].

During the spawning migration, high temperatures may lead to anaerobic locomo-
tion, energy losses and prespawning mortality [153-155]. River-dwelling salmonids may
avoid high temperatures by entering cooler water (thermal refuging) to maintain a body
temperature close to optimal levels and minimize energetic costs associated with high
temperature [156-159]. Thermal refuges include cold water tributaries, groundwater seeps,
deep pools, and cold alcoves [159-162]. This holds for both juveniles and adults of various
species and at both low and high latitudes [163,164]. In addition, salmonids experienc-
ing suboptimal temperature during migration may reduce energy use by burst-and-coast
swimming [165]. Burst-and-coast swimming, whereby bursts of fast swimming are in cyclic
alternation with phases of coasting and the body is kept straight and motionless, can be
an energetically advantageous behaviour. It allows the fish to gain fast swimming speeds
during short bursts while preventing the effects of fatigue by allowing metabolic recovery
of muscle fibres during the coast phases [166].

Higher temperature may also affect salmonid spawning migrations. These fish feed
little or not at all during the migration [167,168], as they rely on endogenous energy stores
to fuel the migration back to their home river and spawning sites and the development
of sexual characters and reproduction [165]. Adipose tissue reserves are the primary
source of energy used for upriver migration and gonad production [169], and protein from
muscular tissue fuels the development of secondary sexual characters and metabolism
during spawning activities [170]. Migratory energy costs increase with temperature and
reduce the capacity of the fish to recover from exhaustive exercises [171].

Temperature may also influence where in the ocean the salmon feed. During warmer
summers, Atlantic salmon in the Baltic Sea fed closer to their home river in the Gulf of
Bothnia, while in colder summers, they fed farther south in the Baltic Main Basin [172].
Furthermore, the temperature influences the timing of the return migration. Elevated
water temperature may induce either earlier [173,174] or later arrival in the spawning
area [175]. Salmon may migrate outside the peak summer temperatures [175] and respond
to suboptimal water temperatures by delaying migration in cool thermal refuges [176-178].
In addition, temperatures during embryogenesis may influence phenological decisions
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such as when to return from the ocean and spawn in rivers. Jonsson and Jonsson [179]
released groups of juvenile Atlantic salmon (smolts) produced from eggs incubated at either
ambient (~4 °C) or 3 °C warmer water temperature. After hatching, both experimental
groups were reared under similar thermal conditions until smolting and released. The
fish migrated concurrently to the sea as juveniles, and after feeding in the ocean for one
or two years, they returned to the experimental river for spawning. Atlantic salmon that
were developed from eggs incubated in warmer water returned from the sea ca. 2 weeks
later in the summer/autumn than adults of the same age developed from colder eggs. The
later return was independent of the body size of the juveniles at outmigration and similar
for offspring of three different tested populations. Hence, thermal conditions during early
development appeared to prepare the offspring, when adult, to return for spawning later in
the year. Later return to a warmer (or earlier return to a colder) river may be advantageous
both because metabolic rates are higher in warmer water, reducing the reserve energy used
during migration and spawning faster, but also because egg incubation time decreases
with increasing temperature, so the fish may spawn later under warmer conditions. The
mechanism driving this phenotypic plastic response has not been investigated but may be
linked to the maturation process.

At high latitudes, climate change leads to higher winter temperatures when the eggs
of autumn-spawned salmonids develop within their gravel beds [88]. Recent investigations
have exhibited that temperature during embryogenesis affects the behaviour of young
brown trout. Exposing the fertilized eggs to 1.5-2-5 °C warmer water reduced activity level
of the young juveniles after hatching [180]. It is difficult to predict the overall consequences
on fitness of this response to warmer egg incubation temperature, as the activity of their
ectothermic predators and prey may also change [181]. Nevertheless, the results of this and
previous studies [82,182] suggest that juvenile brown trout in a warmer climate have lower
metabolic rates and aerobic scopes and are less active, with similar consequences across
migratory and non-migratory phenotypes.

Temperature during egg incubation influences later river emigration. Jonsson and
Greenberg [182] showed that the proportion of warm-incubated brown trout released in
the River Imsa, Norway, moved downstream towards the sea to a greater extent than
those incubated as embryos in colder water. Most of the emigrants moved downstream
in the autumn. The cold-incubated offspring possibly had a higher metabolic rate and
kept their position at low temperature in the fast-flowing river, while more of the warm-
incubated fish moved downstream towards the sea. A similar difference was observed
with respect to whether the parents were anadromous or lacustrine adfluvial phenotypes
or crosses between the two. Thus, the difference in emigration regarding embryonic
temperature was phenotypically plastic and may be associated with an epigenetic effect of
the thermal conditions during early development. However, the outmigration ratios varied
between offspring of geographically isolated populations, suggesting that there are genetic
divergences in this trait among populations.

7. Discussion

Temperature has a pervasive and direct effect on biochemical and physiological func-
tions of ectotherms and a strong influence on life history traits. Temperature regulates
metabolism and aerobic scope, growth, body size, gonadal size, behavioural locomotion
and phenological patterns. Variations in thermal responses are caused by inherited dif-
ferences, such as that of metabolic rates. Auer et al. [66] measured SMR, MMR and AS of
juvenile brown trout and observed that metabolic rates were repeatable over time periods
of months, even under changing thermal conditions. The among-individual differences in
metabolism appear to have fitness-related effects and be related to individual differences in
growth, body mass, reproduction, survival, behaviour, and phenology. Thus, temperature
plays an important role in determining evolutionary trajectories of species [183,184].

In addition to the direct phenotypic effect of temperature, recent research suggests
that embryo and larval temperature or the temperature experienced by parents may affect
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life history traits. Although not extensively investigated, these latter findings indicate that
past temperatures may prepare offspring for conditions that they may encounter later in
life. Some of these effects, such as that on growth, appear to be strongest early in life [100],
whereas others, such as that on migration, may also influence the phenology of adults [141].
These latter knock-on effects have been demonstrated for Atlantic salmon and brown trout,
and effects on growth have also been demonstrated for other species, for instance, common
carp (Cyprinus carpio L., 1759) [185], haddock (Melanogrammus aeglefinus L., 1759) [186]
and Senegalese sole (Solea senegalensis Kaup, 1858) [187]. However, population-specific
variations are expected, although scarcely investigated [188].

There are also transgenerational effects of temperature. For instance, the temperature
during egg maturation prior to fertilization influences egg size, gonad size and the amount
of energy available for the offspring after hatching. These thermal effects are transferred
to the next-generation offspring of Atlantic salmon [140] and may positively affect early
juvenile growth in a warmer climate [189,190]. Knock-on effects of previous temperature
appear to parallel changes observed among conspecific populations living under different
thermal regimes. These effects reduce phenotypic differences among individuals experi-
encing different climatic conditions, as explained in the subchapter “Metabolic rates and
aerobic scope”. However, there is an urgent need for further research on transgenerational,
thermal effects on the ecology of fishes and the mechanism by which they are transferred
from parents to offspring.

Phenotypic plasticity in thermal response appears to be initiated by influences expe-
rienced during a sensitive period, although the consequences may be long-lasting after
the sensitive period has ended [139,191]. Such processes initiated by early priming are
referred to as adaptive developmental plasticity [192]. Typically, thermal conditions during
early development or at a parental phase may have effects that change developmental
trajectories, which may be helpful later in life [62]. The influences stimulate genotypes
to express different phenotypes in response to thermal differences during early devel-
opment [193,194]. For instance, knock-on effects that are initiated by cues or imprints
experienced in individuals’ early life, transferred as a parental effect, or induced at embryo
or larval stages may affect developmental trajectories, activities, and resource allocations
within an organism’s life span [62]. The effects may be short-term or long-term and pre-
pare individuals for conditions that they may encounter later, thereby buffering otherwise
detrimental effects of environmental change [195-197]. Such parental or early thermal
effects should be advantageous when parents or early environments provide a reliable
forecast about the thermal climate that offspring may encounter later [198-200]. Like local
adaptation [201], developmental knock-on effects should evolve through natural selection
in responses to the environments to which offspring are repeatedly and consistently ex-
posed over evolutionary time, whereas responses to novel or atypical environments may
be maladaptive [202,203]. The latter is likely to occur in response to extreme temperatures
and severe temperature variation. However, at present, there is no quantitative study
demonstrating how beneficial such early programming of salmonids is.

The mechanisms involved in thermal plasticity have not been extensively investigated.
However, DNA methylation is sensitive to thermal climate [204] and may be involved.
Polar fishes show higher DNA methylation levels than temperate fishes, and Antarctic
icefishes (Channichthyidae) have the highest DNA methylation level on record. There is an
inverse relationship between DNA methylation and body temperature when maintained
over evolutionary time. DNA methylation links thermal conditions to subsequent changes
in genetic expressions [205], but the response differs among iso-genetic lines, as shown for
rainbow trout.

There are also examples from other fish families suggesting effects of temperature on
DNA methylation. For instance, Atlantic cod (Gadus morhua L., 1759) embryos exposed to
a4 °Cincrease in temperature exhibited changes in the expression of genes involved in
one carbon pathway [206]. Furthermore, higher temperature affected the DNA methylome
of a coral reef fish (Acanthochromis polyacanthus; Bleeker, 1855) and influenced phenotypic
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plasticity, which enabled some populations to maintain their performance under thermal
stress [207]. Anistadiadi et al. [208] exposed European sea bass (Dicentrarchus labrax L.,
1759) larvae to periods of moderate temperature increases. The authors found thata 2°C
increase in temperature changed global DNA methylation and the expression of ecologically
relevant genes related to stress response, muscle development and organ formation. DNA
methylation changes were more pronounced in larvae previously acclimated to a different
temperature.

Both in early and later life, temperature change may lead to DNA methylation. Beemel-
manns et al. [209] challenged Atlantic salmon post smolts with increasing temperatures
from 12 to 20 °C. They reported that exposure to high temperature affected the methylation
of CpG sites. There were distinct CpG methylation profiles for different treatment groups,
indicating that each environmental condition may induce different epigenetic signatures.

8. Future Research

Little is known about how temperature influences distributions of salmonid species.
Finstad et al. [210] hypothesized that differences in temperature-dependent growth effi-
ciencies were a main reason for differences in distributional patterns of brown trout and
Arctic charr. Their thermal optima are similar, but Arctic charr outcompete brown trout
in cold and ultraoligotrophic lakes and rivers because they have twice as high growth
efficiency in cold water. Little is known about the degree to which a similar effect may
influence distributional patterns of other salmonids. They all have similar thermal niches,
but differences in metabolic rates and growth efficiencies may still exist. Such knowledge is
important in understanding geographical distributions, immigration, and local extinction
of species.

Some studies indicate intraspecific variation in thermal growth performance. However,
as many factors influence the results of growth experiments, such as light conditions, fish
size, food rations, acclimatization temperature, early temperature, stressful environmental
conditions and parental temperature during egg development, experimental results may
be difficult to compare [29,90,99,100]. Because experimental results differ [60,78,93], there
is a need to reveal how much of the variation in thermal performance is due to phenotypic
plasticity and how much is because of additive genetic variation.

Research supports the hypothesis that thermal conditions early in life affect life his-
tories of organisms. It is important to identify to what degree developmental plasticity is
adaptive. Influences encountered by organisms long before experiments start can affect
the results. If not considered, this may lead to incorrect interpretations of trait differences.
One may believe that observed differences are genetically adapted, while they may be an
early environmental effect. Such misinterpretation may lead to incorrect decisions when
managing populations under climate change.

Epigenetics appear to be central in the understanding of how the early thermal envi-
ronment affects the development of phenotypes. There are examples suggesting a role of
epigenetics in developmental plasticity. However, the field of epigenetics is still young, and
I expect that many new studies soon will be performed to better understand how environ-
mental temperature influences the ecology of salmonid fishes. Studies using whole-genome
approaches should be performed, as such studies may reveal new relationships between
phenotypes and epigenetic determinants.

There is strong evidence supporting the hypothesis that thermal cues experienced
at an early stage in life can affect the development of organisms, with consequences for
life in environments encountered at a later stage. However, at present, there is little if
any knowledge about energetic costs involved in thermal plasticity and whether thermal
plasticity is adaptive and affects fitness. Such tests are needed, as populations’ responses in
changing environments are critical to their persistence. Their capacity to exhibit adaptive
plasticity to a warmer climate may determine their future success.
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9. Conclusions

Temperature has pervasive effects on growth, life history and behavioural traits of
salmonid fishes. This is caused by a direct effect on metabolic rates and food consumption.
Intraspecific genetic variability in these thermal effects needs further investigation. In
addition, there is an indirect, phenotypically plastic effect induced by temperature during
embryogenesis and early life, as well as possibly by temperatures experienced by mothers
during maturation. This phenotypically plastic response may preadapt offspring to perform
better in anticipated future thermal environments. An epigenetic mechanism such as
DNA methylation may be responsible for the phenotypic effect. Future research should
investigate this and other possible epigenetic mechanisms and how they may influence
fitness and induce alternative phenotypes.
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Appendix A
Smolting

Smolting is a preparatory physiological adaptation process that occurs in spring prior
to the seaward migration of anadromous salmonids. The young fish become slimmer,
with a more streamlined body with darker back, more silvery flanks and a whiter belly.
Physiologically, the Na*,K*-ATPase activity and salinity tolerance increase, as do the
density of visual pigment porphyropsin in the retinae of the eyes. On the other hand,
the fat density of the muscle tissue decreases, and the activities of metabolic enzymes
change. These changes precede downstream migration and prepare the fish for marine life
in pelagic waters.
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Abstract: Atlantic salmon Salmo salar supports highly valuable commercial and recreational fisheries
in Europe, but its stocks are currently overexploited and threatened by climate change. Its south-
ernmost populations (in northern Spain) play a key role in conserving the species’ original genetic
diversity, which is endangered due to decades-long (1970s to 1990s) massive stocking with non-native
stocks. Their decline is well documented, but the effect of stock transfer and conservation efforts is
unclear. Nine microsatellite loci were amplified from archival samples (scales from 1958-1959) from
eight Spanish rivers to analyse the species’ natural genetic dynamics before its decline started. Allelic
richness was high in the historical populations (the 1950s) and above most contemporary estimates.
Private alleles were found in most rivers, indicating high local uniqueness and relative isolation
among river basins. Some alleles are regional markers since they are rare or absent from contemporary
northern European populations. Effective population size suggested good conservation status, with
higher values than those estimated for contemporary populations. Strong population structure and
genetic differentiation between rivers were found, with limited gene flow, restricted to geographically
close populations. Our estimates of historical genetic diversity and structure from southernmost
salmon populations are a powerful benchmark to guide conservation programs.

Keywords: climate change; conservation genetics; effective population size; stocking; genetic
variability; introgression; population genetics; Salmonidae; Salmo salar

Key Contribution: Genetic diversity and effective size of southernmost European Atlantic salmon
populations have declined dramatically since the 1950s, coupled with a loss of the historical genetic
structure. Human-induced pressures, including extensive stocking with non-native stocks and
ongoing climate change, are responsible for the changed population genetic structure of these
rear-edge populations.

1. Introduction

Preservation of genetic diversity not only is paramount for the long-term conservation
of species [1,2] but also enhances the capacity of ecosystems to withstand, recover, and
adapt to environmental perturbations [3-5]. However, anthropogenic pressures on natural
populations have long modified the genetic structure and gene flow patterns of fish species
worldwide. These pressures hinder current attempts to identify which gene pools/stocks
are genetically differentiated and which must be prioritised for conservation.

Atlantic salmon (Salmo salar) is an anadromous species with a very high socioeconomic
status in Europe as it supports valuable commercial and recreational fisheries. However,
since the second half of the 20th century, the species experienced alarming reductions in
population size and genetic diversity due to overexploitation, anthropogenic impacts in
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fresh waters (i.e., water and habitat quality degradation, connectivity loss, and population
admixing with non-native domesticated strains), and possible ecosystem change with
reduced feeding opportunities for Atlantic salmon in the North Atlantic Ocean occurring
in 2005. Production was reduced after that with smaller, slower growing, and later ma-
turing salmon [6,7]. Consequently, the species was assessed as vulnerable (VU A2ace) in
Europe [8]. These impacts have been more severe in southern European populations, where
effective population sizes have been reported to be rather low [9] and negatively affected by
current climate change [10-12]. Apart from the climate-driven ecosystem regime shifts lead-
ing to poorer trophic conditions that have occurred in their marine feeding habitats [11,12],
southern populations have experienced the most serious impacts upon their local environ-
mental conditions (mainly temperature and river flow) of its entire distribution [7,11,13].
These southern European salmon populations also have the singularity of following a
westerly migration route towards Greenland instead of following the easterly branch of the
North Atlantic current into the Norwegian Sea [14,15]. Better knowledge of these marine
migration routes can help understand the causes of the ongoing salmon population decline.

Spanish populations have been profusely studied in terms of their genetic variabil-
ity, population structure, and response to different management and conservation mea-
sures [16]. These studies were typically based on samples collected from the 1980s onwards,
which corresponds to a period of drastic reduction in population sizes. This collapse was
driven by the concurrence of an abrupt acceleration in the anthropogenic warming trend
and the warm phase of the Atlantic Multidecadal Oscillation, which caused a major regime
shift in biophysical conditions throughout the North Atlantic salmon feeding grounds [11].
Massive stocking of non-native salmon was performed in Spanish rivers between the 1970s
and 1990s following the populations’ collapse in an attempt to aid population recovery [17].
Salmon were mainly imported from Scotland and released (between 20,000 and 100,000)
annually at similar densities in all rivers [12]. However, information regarding the genetic
diversity and structure of Spanish populations before this time is scarce [12,18,19]. In
addition, conclusions from previous studies are strikingly disparate. Some results indicate
a strong loss of diversity and population structure, significant levels of introgression, and
a general population homogenization across river basins [12,20,21]. In contrast, others
show a low impact of admixture with non-native strains [22] and a reduction in the effec-
tive population size of native stocks, while maintaining relatively high levels of genetic
variation [18]. Finally, others reveal different effects between western and eastern Spanish
rivers [23].

In order to carefully assess the current conservation status of Spanish Atlantic salmon
populations and to understand the effects of anthropogenic disturbances, climate-driven
environmental changes, and conservation efforts, it would be desirable to have an overview
of historical genetic diversity (prior to stocking and the severe impacts of climate change).
This can provide a benchmark for restoration attempts [24]. To this end, salmon scales
collected in 1958-1959 in eight river basins that cover most of its Spanish distribution
were analysed for variation at nine microsatellite loci. Microsatellites can be superior
markers to SNPs for studying genetic diversity in natural populations, so microsatellite
DNA polymorphism analysis can help support the success of conservation and restoration
projects as an economically advantageous research technique [25,26]. Microsatellites were
chosen in the present study because they also allow comparison with the significant amount
of data already available in the literature and databases.

Our main objectives were to (a) study the genetic diversity of each population;
(b) infer connectivity, migration rates, and population structure across river basins;
(c) obtain indicators of the historical conservation status of each population, such as
effective population size and evidence of bottleneck events. This information will provide
insight into the changes experienced by Spanish salmon populations in the last 70 years and
a benchmark for comparisons with current populations in the context of ongoing climate
change.
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2. Materials and Methods
2.1. Study Area

A total of 374 archival samples of dried scales of Atlantic salmon from 8 northern
Spanish rivers (Navia, Narcea, Sella, Deva-Cares, Nansa, Pas, Ason, and Bidasoa; Figure 1)
were analysed. Archival samples were collected in 1958-1959 from returning salmon by
the National Inland Fishing and Hunting Service of the Spanish Ministry of Agriculture
(Madrid). Scales of salmon returning after two winters at sea were selected.
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Figure 1. Location of the study area in Spain.

The Spanish rivers constitute the southernmost part of the Atlantic salmon distribution
in Europe. In this area, the geomorphology and hydrogeology of the rivers are determined
by the proximity of the Cantabrian Mountains to the sea, which produces very steep,
V-shaped valleys that widen in their downstream sections. The main courses of the river
basins are narrow and short, less than 100 km long, except for the River Navia, with a length
of 159 km. In general, there is a dominance of fast-water habitats, and all are very well-
preserved streams free from human activities causing water or habitat quality degradation.

However, the local hydroclimatic conditions in the study area have markedly changed
over the last decades. Almodoévar et al. [11] detected a significant upward trend in regional
temperature anomalies during 19502011, with an abrupt increase in the late 1980s. During
this period, local climate warming concurred with a significant continuous increase in the
frequency of low-flow events and a decrease in the minimum flow over seven or thirty
consecutive days in the main rivers draining into the Cantabrian Sea and the Bay of Biscay.
Such hydroclimatic changes were significantly linked to the abrupt decline observed in
salmon captures in the study area since the 1970s, which was strongly accelerated from the
late 1980s onwards [11]. In addition to the archival samples, reference samples of Atlantic
salmon microsatellites for the eastern Atlantic (SALSEA) [27] were used for comparison.

2.2. Trends in Population Abundance

Atlantic salmon catch per unit effort (CPUE) data collected by the management author-
ities of Asturias, Cantabria, and Navarra in the study rivers for the last 73 years (1950-2022)
were analysed. River catches were used as a proxy for abundance because this is the only
measure of Atlantic salmon abundance consistently recorded in Spanish rivers over time.
Until the early 2000s, the local authorities pooled salmon catches from the three rivers
of Cantabria (Nansa, Pas, and Asdn); so for consistency, we pooled their catches for the
whole 73-year series. The salmon fishing season lasts from March to July, and the fishing
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regulations, number of fishing licences, and, thus, fishing effort have not changed signifi-
cantly over the study period [11]. The nonparametric Mann-Kendall test, as modified by
Yue and Wang [28] to account for serial correlation, was employed to detect significant
annual upward or downward trends of salmon abundance in all the study rivers using the
modifiedmk version 1.6 R package [29]. To detect regime shifts in the total salmon catch time
series, a split moving-window boundary analysis [30] was used. This test computes the
statistical contrast of the means of two halves of a window (width of 20 years here) as it
moves along the time series through ANOVA tests (x = 0.01).

2.3. DNA Extraction and Microsatellite Genotyping

The QIAamp DNA Mini Kit (QIAGEN, IZASA, Madrid, Spain) was used to extract
genomic DNA from archival scales. The quality and concentration of DNA were determined
using spectrophotometry and were verified by 0.8% agarose gel electrophoresis. The
following nine microsatellite loci were analysed: Ssa197, Ssa85 [31], SSOSL417, SSOSLS5,
SSOLS311 [32], SSOSL438 [33], SsaF43 [34], SSspG7, and SSsp2210 [35]. For each locus,
a polymerase chain reaction (PCR) was performed in a volume of 25 pL. PCR reactions
contained 1X Mg-free PCR buffer, 1.5-2.5 mM MgCl,, 0.16 mM of each primer, 200 uM
of dNTPs, 1-1.25 U of Biotools HotSplit DNA polymerase (Biotools, Madrid, Spain), and
50-100 ng genomic DNA template. Specific annealing temperatures for the loci were 50 °C
(SSOSL85, SSOSL311), 53 °C (S§SOSL417, SSOSL438), 55 °C (SsaF43, SSspG7), or 58 °C
(Ssa197, SSsp2210, Ssa8b).

The amplifications were performed in a PCR machine GeneAmp® PCR System 9700
(Applied Biosystems, Waltham, MA, USA) using the following conditions, with occasional
modifications to adapt to specific primers and/or samples: 95 °C 5 min, 3040 cycles of
95 °C 2040 s, 50 °C up to 58 °C, 2040 s, and 72 °C 2040 s, with a final extension at
72 °C 10 min. An ABI PRISM 3730 sequencer (Applied Biosystems, Waltham, MA, USA)
was used to visualise the PCR products, and allele scoring was performed manually with
the Peak Scanner™ Software v1.0 (Applied Biosystems, Waltham, MA, USA). To avoid
cross-contamination while working with the archival samples, the entire process of buffer
preparation, DNA extraction, and PCR amplification were performed in a laminar flow
hood. The working area and equipment were cleaned with UV light followed by swabbing
with ethanol before each new step in the protocol, and strict cleaning procedures were
respected by all staff. Negative and positive controls were applied in all steps of the
extraction and genotyping process.

2.4. Genetic Diversity

MICRO-CHECKER v2.2.3 (University of Hull, Hull, UK) [36] was used to assess the
frequency of null alleles and scoring errors due to stuttering or large allelic drop-out.
The combined use of two or three methods has been suggested as the best strategy for
minimizing the false-positive and false-negative rates [37]. For this reason, two different
analysis methods were additionally used to test for the presence of null alleles: CERVUS
v3.0.3 (Field Genetics, London, UK) [38] and ML-NullFreq (Montana State University,
Bozeman, MT, USA) [39].

GENEPOP v4.1 (Université de Montpellier, Montpellier, France) [40] was used to
perform tests for departure from Hardy-Weinberg equilibrium and linkage disequilibrium
for each locus and sample. The statistical significance was evaluated using the Bonferroni
corrections. GENETIX v4.05.2 (Université de Montpellier, Montpellier, France) [41] was
used to estimate Wright's fixation index (Fjs) for samples’ deviation from Hardy—Weinberg
expectations for heterozygote disequilibrium following Weir and Cockerham [42]. Allele
frequencies, number of alleles, and observed (H,) and expected (H,) heterozygosities were
calculated at the population level with GENETIX v4.05.2 [41].
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2.5. Connectivity and Population Structure

FSTAT v2.9.3 (Université de Lausanne, Lausanne, Switzerland) [43] was used to
compute allelic richness (Agr) and the genetic differentiation (Fst) between population pairs
using sequential Bonferroni-corrected p-values (10,000 permutations). GENEALEX v6.501
(Australian National University, Acton, Australia) [44] was used to visualise linearised Fst
values Fst/(1 — Fst) among locations via principal coordinates analysis (PCoA).

The Bayesian clustering method implemented in STRUCTURE v2.3.4 (Stanford Univer-
sity, Stanford, CA, USA) [45] was applied to further explore population structure. Structure
analyses were performed for 1 to 10 clusters (AK) with 10 replicates for each simulated
cluster. Analyses were run using an admixture model with correlated allele frequencies,
1,000,000 MCMC generations, and a burn-in period of 250,000 steps. Optimal AK was
determined using STRUCTURE HARVESTER v0.6.94 (University of California, Los An-
geles, Los Angeles, CA, USA) [46,47]. Replicates were aggregated using CLUMP v1.1.2
(Stanford University, Stanford, CA, USA) [48] and graphically displayed using DISTRUCT
v1.1 (Stanford University, Stanford, CA, USA) [49]. Since STRUCTURE can capture major
structures in a dataset but overlook finer scale structure [46], a hierarchical approach was
followed. STRUCTURE was further applied independently to the identified genetic clusters
until either each river represented its own cluster or optimal AK for a group of populations
approached 1.

Relationships between genetic differentiation and landscape characteristics were ex-
amined using two approaches. First, the Mantel test was used to assess the significance of
the correlation between linearised Fs7 [50] and pairwise geographic distance between loca-
tions (measured as the shortest sea distance between river mouths [51]). Mantel tests with
9999 permutations were conducted in the R v3.3.3. package ade4 v1.7-11 [52,53]. Distance-
based canonical redundancy analysis (dbRDA) of pairwise differentiation, implemented in
the R package vegan v2.5-2 [54], was used as an additional method to study the correlation
between Fsrs and geographic distance.

Evidence for demographic bottlenecks was examined following two approaches. First,
BOTTLENECK v1.2.02 (INRA-URLB, Montpellier, France) [55,56] was used to test for
heterozygosity excess, assuming a two-phase mutation model (TPM) with 80% stepwise
mutations (SMM) [57] and 10,000 iterations. The statistical significance of heterozygous
excess was tested by one-tailed Wilcoxon’s signed-rank test. In addition, we estimated
the ratio of the number of alleles to the range of allele size (M-ratio) following Garza and
Williamson [58]. The M-ratio was most likely to correctly detect a population size reduction
if the bottleneck was more ancient, prolonged, and had a large ® value (® = 4N,pu) after
the initial population decline [59]. The M_P_VAL software (NOAA Fisheries Santa Cruz
Laboratory, University of California, Santa Cruz, CA, USA) [58] was used to estimate the
M-ratio, which was compared with a critical value of M (Mc) from a theoretical population
in mutation-drift equilibrium, implemented in the CRITICAL_M software (NOAA Fisheries
Santa Cruz Laboratory, University of California, Santa Cruz, CA, USA) [58], assuming
pre-bottleneck effective population size of 50, 100, 500 or 1000 and a mutation rate (1) of
5 x 10~*. According to the recommendations of Perry et al. [60], the proportion of one-step
mutations (pg) was set to 0.22, and the mean size of non-one-step mutations (Ag) to 3.1.

BAYESASS v3.0.3 (University of California, Davis, CA, USA) [61] was used to estimate
recent migration rates (1) among rivers, using 2,000,000 burn-in and 20,000,000 iterations.
Delta values for allele frequencies, inbreeding coefficients, and migration rates were set to
0.6, 0.7, and 1, respectively; these values provide adequate mixing within the ideal range of
20% and 60% [62].

The coalescent method implemented in MIGRATE-N v3.2.7 (Evolution and Genomics,
Ballwin, MO, USA) [63,64] was chosen to explore migration rates between and within
rivers. Estimations of mutation-scaled migration rates M (M = m/u) and © (® = 4N, 1) were
calculated using a Bayesian search strategy and a Brownian motion microsatellite model.
Parameter space was searched using 10 short chains and 1 long chain with 3 replicates
for 20,000,000 generations, an increment step of 20, and a burn-in of 250,000. Likewise,
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the parameter space was explored using 4 chains with an adaptive heating scheme (tem-
peratures: 1.0, 1.2, 1.5, 3.0) to ensure that run results did not reflect local likelihood peaks.
Finally, the Bayesian assignment procedure of Rannala and Mountain [65] implemented in
GENECLASS v2 (INRA-URLB, Montpellier, France) [66] was used to identify putative first-
generation migrants in Spanish rivers. The Paetkau et al. [67] resampling method was used
to estimate the probability of each individual being a migrant based on 10,000 simulated
individuals and a type 1 error threshold significance of 0.01.

2.6. Demographic Parameters

Estimates of census population size (N.) were determined by the harmonic mean of ten
years of annual river catches of returning adults collected by local management authorities.
The effective number of breeders within a reproductive year (N;) was calculated using the
linkage disequilibrium (LD) method implemented in NeESTIMATOR v2.1 (Department of
Agriculture and Fisheries, Queensland Government, Brisbane, Australia) [68]. A minimum
allele frequency cutoff value of 0.02 was employed and 95% confidence intervals were
obtained using the jack-knife method. This approach is based on LD between alleles from
unlinked neutral loci within populations with random mating and implements a bias
correction under a wide range of sample sizes.

Several studies [69-73] have shown that N}, (LD) estimates are robust to predict gene
flow when migration rates are low and flow occurs between populations with weak genetic
differentiation, even with small effective population sizes and missing data adjustment.
This method appears to be the most suitable to estimate effective population size, showing
consistent values across different demographic scenarios. In cases with overlapping gener-
ations, N, estimates can be biased. For this reason, we applied the method developed by
Waples et al. [74], in which two simple life-history traits are used to adjust genetic estimates
of Ny, to correct biases due to age structure. N, was adjusted using the ratio between adult
life span (AL) and age-at-maturity («), following the equation:

Nb(adj) = Nb/(1'103 - 0.245L0g (AL/O())

Ny is more easily quantifiable and thus can be a useful tool for managers, but remains
less used than N, [9]. Adjusted age-at-spawning was estimated between 2.65 to 3.04 years
in Spanish rivers [18]; hence, an average age-at-maturity of 2.8 years was assumed for all
rivers. The AL value was calculated as described by Waples et al. [74], using a maximum
breeding age (w) of 5 years for Atlantic salmon. The N4 was calculated using the
equation proposed by Waples et al. [74]:

Ne(adj) = Nh(gdj)/(0-485 + 0.758L0g (AL/ oc))

The effective size ratios Ny(gj)/ Nc and Ne(a4j) /Ne also were calculated following Perrier
etal. [9].

3. Results
3.1. Long-Term Trends in Population Abundance

Total salmon abundance in the study area decreased significantly over the 1950-2022
period (Mann—Kendall test; T = —0.493, adjusted Kendall p < 0.001, Sen’s slope = —13%
change per decade). The same downward trend was observed in the individual rivers (Navia,
T=—0.611, p < 0.001, Sen’s slope = —3.8%; Narcea T = —0.316, p < 0.001, Sen’s slope = —9%;
Sella, T = —0.494, p < 0.001, Sen’s slope = —11%; Deva-Cares, T = —0.674, p < 0.001, Sen’s
slope = —15.1%; Cantabria’s rivers, T = —0.708, p < 0.001, Sen’s slope = —15%; Bidasoa,
T=—-0.210, p < 0.05, Sen’s slope = —6.1%) (Figure 2). There was a regime shift in CPUE in
the early 1970s followed by an abrupt decline from 1988-1989 and a more recent shift in
2008-2009 (Figure 2). Total salmon abundance dropped by 45% from the 1950-1972 period
(mean = 5519.4 &+ 1770.9) to the 1973-1988 period (mean = 3020.6 &= 1207.9), decreasing from
this period to 1989-2008 (mean = 1728.9 & 563.1) by 43%. Finally, salmon populations were
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CPUE

further reduced by 52% from 2009 onwards (mean = 820.6 & 343.7). On the whole, total
salmon abundance was reduced by 85% from 1950-1972 to 2009-2022.
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Figure 2. Long-term changes in catch per unit effort (CPUE) (3-year moving average) of Atlantic
salmon in the study area (left y-axis: captures from study rivers; right y-axis: total captures) from
1950 to 2022. The dashed vertical lines indicate the detected significant shifts in the total capture
trend (1972-1973; 1988-1989; 2008-2009). Cantabria includes rivers Nansa, Pas, and Ason.

3.2. Genetic Diversity

Variations at nine microsatellite loci were examined in archival samples (the 1950s)
from eight Spanish rivers. The locus Ssa85 was removed from the data set because it was
difficult to amplify in some individuals and because of the occurrence of some alleles in the
Navia, Narcea, and Asén rivers using MICRO-CHECKER (at the Bonferroni confidence
level), CERVUS (F(nuny > 0.20) and ML-NullFreq (Fnpy > 0.11, p < 0.05) analyses.

A total of 110 alleles were found among all archival salmon samples. The mean
number of alleles per locus ranged from 6.13 for the River Pas to 8.75 for the River Bidasoa
(Table 1). The number of alleles varied from two at locus SSOSL438 to 12 at locus SSOSL311.
Allelic richness showed significant differences among rivers (ANOVA, p < 0.05). Higher
values were observed in the rivers Sella, Deva-Cares, and Bidasoa (Agr mean = 8.2, range:
7.8-8.7), i.e., those with higher flows. Lower values were found in the rivers Navia,
Narcea, Nansa, Pas, and Asén (Ag mean = 7.1, range: 6.0-7.5), i.e., those with lower flows.
Observed heterozygosity ranged from 0.58 (the River Pas) to 0.75 (the River Deva-Cares).
No statistically significant deviation from Hardy-Weinberg equilibrium or any evidence of
linkage between pairs of loci was detected.
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Table 1. Genetic diversity indices in archival samples (the 1950s) of Atlantic salmon from Spain:
sample size (N), observed number of alleles (A), allelic richness (Ag), expected (H.) and observed het-
erozygosity (H,), Fis values, and deviations from Hardy-Weinberg equilibrium (HWE). No deviation
from HWE expectation was statistically significant after Bonferroni corrections.

Locus
River Total
Ssal97 SSOSL85 SSOSL311 SSOSL417 Sssp2210 SsspG7  SsaF43 SSOSL438
Navia N 48 48 48 48 48 48 48 48 47
A 7.875 8 9 11 8 8 9 6 4
AR 7.191 7.706 8.178 9.756 7.098 7.458 8.454 5.387 3.489
H, 0.623 0.708 0.625 0.646 0.563 0.792 0.813 0.479 0.362
H, 0.643 0.808 0.659 0.717 0.635 0.806 0.786 0.412 0.317
Fis 0.040 0.133 0.062 0.11 0.125 0.029 —0.023 —0.154 -0.13
HWE 0.081 0.047 0.268 0.132 0.112 0.391 0.448 0.115 0.209
Narcea N 48 48 48 48 48 48 48 48 48
A 7.875 10 7 9 9 9 10 5 4
AR 7.515 9.433 6.454 8.918 8.701 8.837 9.116 4.729 3.929
H, 0.677 0.729 0.708 0.708 0.688 0.792 0.813 0.604 0.375
H, 0.687 0.8 0.661 0.766 0.707 0.788 0.799 0.632 0.34
Fis 0.024 0.099 —0.061 0.086 0.038 0.005 —0.006 0.054 —0.092
HWE 0.192 0.095 0.292 0.156 0.848 0.515 0.538 0.342 0.278
Sella N 49 49 49 49 49 49 49 49 49
A 8.75 12 11 9 10 9 11 5 3
AR 8.217 11.727 10.304 8.405 9.3 8.121 10.183 4.693 3
H, 0.722 0.776 0.776 0.776 0.837 0.878 0.694 0.571 0.469
H, 0.731 0.853 0.814 0.758 0.761 0.794 0.779 0.544 0.545
Fis 0.023 0.101 0.057 —0.012 —0.09 —0.095 0.119 —0.041 0.149
HWE 0.194 0.061 0.228 0.541 0.141 0.111 0.048 0.416 0.149
Deva-Cares N 46 46 46 46 46 46 46 46 46
A 8.5 10 8 12 12 9 9 4 4
AR 7.811 9.886 6.988 10.749 10.51 8.865 7.792 3.988 3.706
H, 0.745 0.804 0.717 0.935 0.739 0.826 0.674 0.717 0.544
H, 0.697 0.844 0.688 0.822 0.729 0.762 0.642 0.604 0.488
Fis —0.057 0.058 —0.032 —0.127 —0.004 —0.073 —0.039 -0.177 —0.102
HWE 0.031 0.213 0.435 0.029 0.572 0.195 0.412 0.063 0.283
Nansa N 48 44 47 48 47 46 48 48 47
A 7 10 11 11 6 6 5 4 3
AR 6.702 9.748 10.347 10.368 5.984 5.509 4724 4 2.937
H, 0.678 0.841 0.745 0.813 0.809 0.565 0.646 0.729 0.277
H, 0.667 0.866 0.77 0.855 0.715 0.599 0.584 0.673 0.274
Fis —0.006 0.041 0.043 0.06 —-0.12 0.067 —0.096 —0.074 0.002
HWE 0.472 0.297 0.31 0.218 0.105 0.288 0.238 0.272 0.638
Pas N 47 46 47 47 45 47 47 47 46
A 6.125 11 7 8 6 5 5 5 2
AR 5.96 10.633 6.615 7.741 5.998 4984 4.969 4.744 1.997
H, 0.583 0.783 0.617 0.766 0.733 0.532 0.553 0.596 0.087
H, 0.619 0.839 0.694 0.825 0.745 0.614 0.564 0.585 0.083
Fis 0.068 0.078 0.121 0.082 0.027 0.144 0.03 —0.007 —0.034
HWE 0.017 0.14 0.102 0.154 0.412 0.089 0.452 0.555 1
Asoén N 48 48 48 48 48 48 48 48 48
A 7.625 9 7 10 7 9 9 5 5
AR 7.191 8.378 6.71 9.116 6.706 8.417 8.688 4.928 4.587
H, 0.703 0.792 0.813 0.667 0.854 0.688 0.75 0.521 0.542
H, 0.683 0.774 0.724 0.736 0.708 0.725 0.815 0.469 0.516
Fis —0.019 —0.012 —0.112 0.104 —0.196 0.062 0.09 —0.101 —0.04
HWE 0.289 0.539 0.12 0.131 0.013 0.297 0.131 0.225 0.441
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Table 1. Cont.

Locus
River Total
Ssa197  SSOSL85 SSOSL311 SSOSL417 Sssp2210 SsspG7  SsaF43 SSOSL438
Bidasoa N 40 38 37 40 35 40 40 40 36
A 8.75 8 9 12 10 8 11 7 5
AR 8.67 7.989 8.89 11.845 10 7.861 10.971 6.861 4.944
H, 0.716 0.868 0.73 0.825 0.714 0.7 0.9 0.575 0.417
H, 0.728 0.79 0.721 0.873 0.709 0.787 0.875 0.63 0.437
Fis 0.029 —0.086 0.002 0.067 0.008 0.123 —0.016 0.099 0.061
HWE 0.138 0.194 0.574 0.173 0.556 0.087 0.541 0.172 0.391
Results from the comparison of the genetic diversity parameters (Agr, He, and H,)
and effective population size N, between the archival (the 1950s) and contemporary (the
1990s and 2000s) samples of Spanish Atlantic salmon are shown in Table 2. Average allelic
richness Ag for the historical (the 1950s) samples was higher than contemporary averages.
However, the average expected He and observed Ho heterozygosity in archival samples
were not apparently different from those of contemporary populations, with the exception
of the lower 1990s values for the rivers Narcea and Sella. Finally, the average effective
population size N, for the archival 1950s samples was always higher than contemporary
values, showing an evident decline.
Table 2. Comparison of average allelic richness (Ag), and expected heterozygosity (H.), observed
heterozygosity (H,), and effective population size (N,) between archival (the 1950s) and contemporary
(the 1990s and 2000s) samples of Atlantic salmon from Spain.
River Period Av. A Av. He Av. Ho Av. Ne Sources
. 1950s 7.19 0.643 0.623 667 Present study
Navia
1990s - - - -
N 1950s 6.68 0.617 0.607 325 Present study
arcea 1990s 6.32 0.536 0.487 114 [75]
Sell 1950s 8.22 0.731 0.722 1088 Present study
cha 1990s 6.65 0.532 0.487 107 [75]
1950s 7.81 0.697 0.745 729 Present study
Deva-Cares 1990s 5.97 0.689 0.564 - [18,19,75,76]
2000s 4.68 0.660 0.690 - [19]
1950s 6.70 0.667 0.678 197 Present study
Nansa 1990s 5.34 0.772 0.620 68 [18,19]
2000s 4.88 0.680 0.710 - [19]
1950s 5.96 0.619 0.583 180 Present study
Pas 1990s 5.15 0.769 0.650 - [18,19]
2000s 4.48 0.670 0.670 - [19]
As 1950s 7.19 0.683 0.703 1051 Present study
son 1990s 5.20 0.773 0.650 42 [18,19]
2000s 4.99 0.700 0.740 - [19]
Bid 1950s 8.67 0.728 0.716 689 Present study
rdasoa 2000s - 0.850 0.750 - [77]

All study rivers contained private alleles, ranging in number from 1 to 8 (for the River
Bidasoa) (Table 3). All the microsatellite loci showed private alleles, with SSOSL311 and
SS0SL417 showing the highest number of allelic variants across rivers (7 in both cases).
Frequencies for these alleles ranged from 1.04% to 7.10%, the highest value corresponding
to SSspG7*110 from the River Sella.
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Table 3. Private alleles in archival samples (the 1950s) of Atlantic salmon from Spain after comparison
with the SALSEA baseline. For each microsatellite locus, the first column indicates the allele and the
second its frequency (in percentage) in the river. The number of private alleles in each river and locus
(#) are also included.

# Private

River Alleles per River Ssa197 SSOSLS5 SSOSL311 ~ SSOSL417 Sssp2210 SSspG7 SsaF43 SSOSL438

Navia 3 - - 214 10% (173 10%  *209  1.0% - - - - - - - -

Narcea 1 - - - - - - *185  1.0% - - - - - - - -
106 2.0%

Sella 5 151 20% - - - S¥159 10% - - 10 71% - - - -
138 1.0%

- 123 11% 189 22% o - - - - . o
Qeva 6 - - - - g7 11% 199 1o ‘158 33% - . . D18 11%
Nansa 1 - - *216  3.2% - - - - - - - - - - - -

Pas 1 R - _ - - - - - - - - - 128 64% - -
Ason 3 - - 204 10%  *127 10% - - *138 31% - - - - - -
1137 25% 175 2.9%
Bidasoa 8 - - - © M9 63 gy sgy, 1700 13% - S22 13% 142 14%
# Priva{z Callllseles per 1 3 7 7 3 3 5 5
Total alleles 14 15 19 18 13 15 9 7
After comparison with the SALSEA baseline for the coincident microsatellite loci
(5sa197%, SSsp2210%, SspG7*, and SsaF43*), a few of these private alleles were found exclu-
sively in Spanish rivers and were absent or extremely rare in northern European samples.
For example, Ssa197*151 and SSspG7*110 were only found in the historical samples from the
River Sella and the 2000s samples from the rivers Ulla and Eo; 5SspG7*106 and SsaF43*128
were found in historical samples from the rivers Sella and Pas, and only (at a very low
frequency) in three isolated populations from Ireland and Norway and Iceland, respectively.
3.3. Connectivity and Population Structure
All pairwise Fst values were statistically significant after the Bonferroni corrections
(Table 4). They ranged from 0.008 to 0.098 (average Fst = 0.054). The lowest level of
genetic differentiation was observed between the rivers Sella and Deva-Cares (Fst = 0.008,
p < 0.010) and rivers Navia and Narcea (Fsr = 0.019, p < 0.01), whereas the highest level of
differentiation was observed between the rivers Sella and Pas (Fsr = 0.098, p < 0.01).
Table 4. Pairwise Fgr values in archival samples (the 1950s) of Atlantic salmon from Spain. All values
were significant after the Bonferroni correction.
Navia Narcea Sella Deva-Cares Nansa Pas Ason
Narcea 0.019
Sella 0.054 0.039
Deva-Cares 0.059 0.040 0.008
Nansa 0.064 0.049 0.049 0.035
Pas 0.085 0.079 0.098 0.082 0.083
Asoén 0.052 0.048 0.036 0.044 0.052 0.085
Bidasoa 0.033 0.037 0.043 0.052 0.071 0.067 0.052

Principal coordinate analysis (PCoA) based on linearised Fsrs showed the separation
of three groups in the studied rivers (Figure 3). The first axis, which accounted for 54.5%
of molecular variance, separated the River Pas population from the rest of the rivers. The
second axis, which explained 25.6% of the variance, separated the rivers Narcea, Navia, and
Bidasoa from the Sella, Deva-Cares, Nansa, and Asén group, while the River Pas occupied
an intermediate position.

34



Fishes 2023, 8, 321

NAVIA

Principal Coordinates (PCoA)
0.03
0.02
,’/ ® Nansa ) ‘\\

0.01
—~ \ X
g Y ® Deva-Cares \
-2 \ 1
v - B ~ % /
w; { ®Pas )} “\._ ® Ason /
Q 0.00 Ml .l ° Sel]a’,
@ TR LT e -
I Y sy
<§ p 2 ® Narcea ‘\\‘

-0.01 \ o Bidasoa __ /"

N ® Navia -
-0.02
-0.03
-0.03 -0.02 -0.01 0.00 0.01 0.02 0.03
Coord. 1 (54.50%)

Figure 3. Principal coordinate analysis of linearised pairwise Fgr values in archival samples (the
1950s) of Atlantic salmon populations from Spain.

The results of the Evanno test suggested that AK = 3 was the optimal cluster number for
the first hierarchical level for the STRUCTURE analysis. Furthermore, the most significant
increase in the LnP(D) values was detected at AK = 3. This Bayesian approach confirmed
the same three genetic units found in the PCoA analysis (Figure 4). The River Ason
population was assigned to the Sella, Deva-Cares, and Nansa clusters, to which it had the
greatest percentage of membership (Q value = 62.0%). At the second and third hierarchical
levels, all rivers were genetically different, except for Deva-Cares and Sella populations,
which were indistinguishable from each other and presented a very low genetic divergence
(FsT = 0.008), so they were considered together for further analyses.

SELLA DEVA-CARES NANSA ASON
1 ——
NARCEA SELLA DEVA-CARES NANSA PAS ASON BIDASOA
——
]
NAVIA NARCEA BIDASOA

Figure 4. Estimation of the percentage of membership to each of three clusters inferred by STRUC-
TURE in archival samples (the 1950s) of Atlantic salmon from Spain, based on variation at nine
microsatellite loci. Each vertical bar represents one individual and each black square delimits a
population corresponding to a river. The graphs above and below the main graph represent the first
hierarchical level (Evanno test, AK = 3), with brackets indicating the correspondence between the
populations. Each cluster is represented by one colour: red, green, or blue.
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Mantel and dbRDA failed to detect isolation by distance among the analysed pop-
ulations and significant correlations between genetic and geographic distances (Mantel:
r=—0.083, p > 0.05; dbRDA: r = 0.801, p > 0.05). The results of the bottleneck tests did not
show any such effect on the studied populations (Table 5). The BOTTLENECK test did not
detect significant excess heterozygosity for the TPM model with 80% stepwise mutations
(SMM) (p > 0.05, Table 5). Similarly, M-ratio values were not significantly lower than the
simulated critical value of M (Mc) under mutation-drift equilibrium for the lower and upper
values of pre-bottleneck effective population size values (p > 0.05, Table 5). Both tests did
not show old or recent bottlenecks in the archival samples of Spanish salmon populations.

Table 5. BOTTLENECK tests of archival samples (the 1950s) of Atlantic salmon from Spain. The
expected recent bottleneck is presented as p-values from Wilcoxon’s signed-rank test, assuming a
two-phase mutation model (TPM) with 80% stepwise mutations (SMM). M-ratio and critical value
of M (Mc) assuming pre-bottleneck effective population size (Ne) of 50, 100, 500, and 1000, and a
mutation rate (i) of 5 x 1074,

Mc
River SMM M-ratio
Ne =50 Ne =100 Ne =500 Ne =1000

Navia p=0.981 0.771 0.754 0.744 0.701 0.685
Narcea p =0.680 0.781 0.754 0.744 0.701 0.685
Sella p=0422 0.777 0.758 0.746 0.701 0.683
Deva-Cares p=0.875 0.782 0.756 0.748 0.703 0.680
Nansa p=0273 0.761 0.754 0.744 0.701 0.685
Pas p=0273 0.802 0.758 0.749 0.703 0.799
Ason p =0.809 0.776 0.754 0.744 0.701 0.685
Bidasoa p=0.727 0.765 0.756 0.749 0.700 0.677

Recent migration rates between most isolated populations were low and asymmetric
(m = 0.020-0.100) or very low (m < 0.020) (Figure 5). Higher migration rates were de-
tected between the Navia (source) and Narcea (destination) populations (m = 0.119, range
0.099-0.141); Narcea and Navia (m = 0.245, range 0.181-0.309), and the Nansa and Sella
+ Deva-Cares populations (m = 0.169, range 0.074-0.264). Migration rates estimated by
MIGRATE were very low (0.002-0.022) and showed no clear patterns. In addition, several
of the chains did not reach convergence.

Finally, GENECLASS analysis identified nine individuals as migrants (p < 0.01)
(Table 6). The migrants’ populations of origin were in accordance with their percentage of
membership estimated from STRUCTURE analysis and their population migration rates
estimated by BAYESASS, except for one migrant found in the River Pas. This individual
was identified as being from the River Navia but showed a high percentage of membership
(Q value = 93.5%) to the Pas cluster, and overall, there was a very low migration rate
between rivers (average m = 0.013).
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Figure 5. Graphical representation of migration estimates using BAYESASS in archival samples
(the 1950s) of Atlantic salmon from Spain. The circle size for each population is proportional to
the adjusted effective size (Ne(adj)). Coloured rectangles correspond to the 1st-level STRUCTURE
clusters. Values over 0.1 are represented as thick black arrows (proportional to migration values) and
shown above or below them. Values between 0.02 and 0.1 are shown as dashed arrows.

Table 6. Estimates of the census size (N;), the effective number of breeders (N, [CI 95%]), the adjusted
number of breeders (Np(4j), the adjusted effective size (N,()), and the effective size ratios Ni(gj)/ Ne,
and Ny (gj)/Nc in archival samples (the 1950s) of Atlantic salmon from Spain. Populations in the
Deva-Cares and Sella were pooled together after considering the 1st-level STRUCTURE clusters.

) Migrants Ny Np(adj Ne(adj . .

River Ne Refmved [CI 95%] [CI (95*]’2,] [CI (955}0] Notaap/Ne Negadj/Ne
Navia 701 1 320 [162-c0] 285 [145-c0] 667 [338-co] 0.407 0.951
Narcea 1298 2 156 [80-c0] 139 [71-c0] 325 [166-c0] 0.107 0.250
Deva-Cares + Sella 2238 2 1167 [161-c0] 1040 [144—c0] 2431 [336-0c0] 0.465 1.086
Nansa 124 0 95[54-275]  85[48-245] 197 [111-572] 0.681 1.592
Pas 136 1 86[48-259]  77[43-230] 180 [100-538] 0.566 1.323
Asén 1051 2 645 [197-c0] 575 [175-c0] 1344 [410~co] 0.547 1.278
Bidasoa 102 1 331[83—c0] 295 [74—co] 689 [173-c9] 2.890 6.753

3.4. Demographic Parameters

Estimates of the census size, the effective number of breeders, the adjusted number
of breeders, the adjusted effective size, and the effective size ratios are shown in Table 6.
Np(adj) was lowest for the rivers Pas and Nansa (77 and 85 respectively) and highest for the
Deva-Cares and Sella populations (1040), with the remaining values being in the 139-575
range. For N4, a similar trend was observed, with the lowest values found for rivers
Pas and Nansa (180, 197) and the highest values for the Deva-Cares and Sella populations
(2431), while the rest of the populations varied between 325 and 1344. The River Narcea
had the lowest Ny4j/Nc value (0.107), while the rest of the populations showed higher
values (0.497-0.681). The River Bidasoa presented an unusually high value (2.890). The
Ne(adj)/ Nc values ranged between 0.250 (Narcea) and 1.592 (Nansa), with the Bidasoa again
showing a very high value (6.753).
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4. Discussion
4.1. Genetic Diversity

The historical (the 1950s) allelic richness of Spanish salmon populations was compara-
ble to those found in some northern European populations [78,79] and was markedly higher
than those observed in the 1990s Spanish samples [18]. These findings indicate a healthy
level of genetic diversity prior to a severe loss in the following four decades. This genetic
diversity loss contrasts with the increase of allelic richness observed in other salmonid
populations after stocking [80] but could be explained by the loss of private alleles, an
increase in the fishing effort [76], and the population collapse caused by climate-driven
environmental changes in their breeding and feeding areas [10,11], leading to genetic drift
in the resulting small populations. The increase in allelic richness in the Spanish 2000s
samples [76], surpassing historical pre-stocking values, could be explained as a result of
the genetic introgression caused by the stock transfer from northern Europe [12].

The absence of significant deviations from Hardy-Weinberg equilibrium (HWE) is
consistent with other wild populations presenting low levels of disturbance (i.e., Icelandic
populations [81]). In contrast, Consuegra et al. [18] found significant deviations from
HWE (heterozygote deficit) in the rivers Nansa (samples from 1996 and 1997) and Deva
(samples from 1993 and 1996), while Griffiths et al. [82] found that genotype frequencies
in samples from the rivers Narcea, Ason, and Sella from 2004 significantly deviated from
HWE. According to Griffiths et al. [82], these deviations from HWE expectations may be
attributed to the decline in salmon population sizes in the Spanish river basins, combined
with the effects of historical stocking and supportive breeding measures.

The number of private alleles found in historical samples and their absence in current
populations offers further evidence of the loss of local genetic diversity. The existence
of this native genetic diversity provides evidence of the relative historical isolation of
salmon populations in these rivers before climate change and the effects of stocking on
affected populations.

4.2. Connectivity and Population Structure

Historical Spanish populations showed a strong and significant genetic structuring
very similar to that found in the River Teno complex (Norway and Finland) salmon pop-
ulation (Fsr = 0.065) [83]. Likewise, a pattern of spatial genetic differentiation was also
described in the Spanish rivers, with an overall Fg value of 0.019 [75]. Separating the
pairwise comparisons by year (1993 vs. 1999), an increase in genetic differentiation (from
0.016 to 0.023) was found [75]. Even then, these values are far from those obtained here
for the historical (the 1950s) populations (0.054). An overall Fgr value of 0.053 for Spanish
rivers sampled in 1988, which dropped to 0.017 in 1996 and recovered to 0.033 in 2007, was
reported [21]. These comparisons support the view of original marked genetic differentia-
tion between populations, which was disrupted by human-mediated pressures, such as
stock transfer and possible alterations of homing behaviour due to climate change, and a
slow later recovery.

The results from the STRUCTURE and PCoA analyses confirmed a significant level of
genetic structure in the region, which would correspond to the situation existing before
the effects of climate change and foreign stocking intensified in the late 1980s. Indeed,
right after the end of stock transfer practices (the 1990s), some Spanish populations (from
which the rivers Sella, Narcea, and Cares overlap with our study) could be considered a
single genetic unit [21]. In 2007, after several years of supportive breeding, the genetic
structure changed into three separate units. This suggests that the removal of human-
mediated transfer practices allowed the recovery of the natural genetic structure of salmon
populations from Spanish rivers, even if the allocation to genetic units did not exactly
match the clusters found in the 1950s.
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While most of the allocations to genetic clusters are consistent with geographic lo-
cation (with neighbouring rivers being the most closely related), other allocations are
surprising and warrant more complex explanations. The River Pas population seems
to be very isolated genetically, but it is geographically located between the other river
basins. On the other hand, the population from the River Bidasoa (the easternmost river
basin) was included in the same cluster as the rivers Narcea and Navia (the westernmost
river basins). This cluster could be explained by the existence of undocumented pre-1960s
human-mediated transfers, which could have homogenised these distant populations.
Another compatible scenario is the existence in the past of a widespread lineage, linked
by frequent migration, corresponding to the Narcea-Navia-Bidasoa cluster, from which
smaller populations (Bidasoa) would have eventually become isolated, diverging into
distinct genetic units. Therefore, larger populations (Narcea-Navia) could have retained
more of the original signal of panmixia. However, the separation of these populations into
different clusters in the lower hierarchical level appears to be more consistent with the
geographical location of the populations and should reflect their connectivity and spatial
genetic structure more accurately.

A STRUCTURE analysis including samples from the rivers Deva, Asén, Pas, and
Nansa, and samples pooled by decades since the 1950s was recently carried out by Ci-
borowski et al. [19]. As temporal variation added heterogeneity to the dataset and the
microsatellites used were not all the same as in the present study, it is difficult to compare
the results of both analyses. There were some similarities and some discrepancies. As in the
second hierarchical level, each river was assigned to its own cluster. However, populations
from the rivers Nansa and Pas could be assigned to the same cluster considering the 1960s
data in isolation, while in our study, the Pas population is clearly isolated from the rest at
the first hierarchical level.

Significant migration only occurred between contiguous rivers, which were recovered
in the same PCoA and STRUCTURE (1st-level) clusters. Estimates obtained by MIGRATE
were generally very low and differed from the BAYESASS migration rates in magnitude
and direction. Estimates from MIGRATE tend to be comparatively low and do not neces-
sarily reflect connectivity inferred by BAYESASS (commonly interpreted as contemporary
connectivity) [24]. In this light, we decided to focus on BAYESASS migration rates for inter-
pretation.

Estimated migration rates for Atlantic salmon have been rarely reported for the
Spanish rivers. An earlier study in the 1990s [18], using microtagging-recapture and
Bayesian assignment tests based on microsatellites to estimate the proportion of salmon
migrants among the rivers Ason, Pas, and Nansa, obtained a range from 0.07 to 0.31.
Migration rates obtained for most population pairs in our study are within or below this
range (even though some of them are far from each other), indicating infrequent departures
from homing behaviour among historical populations.

More studies on Atlantic salmon migration rates have been carried out in the rest of its
geographical distribution. Several tagging studies have shown that straying in salmonids
is rare, typically ranging between 1 and 10% in geographically close rivers [24]. In the
River Teno (Norway and Finland, samples from 1979 to 2001), recent migration rates (using
BAYESASS) varied between 0.003-0.260 [84]. In Canadian rivers from Newfoundland
and Labrador, a similar range was obtained (0.011-0.303) using contemporary samples
and the same methodology [24]. Both studies considered such migration rates as low.
Once again, estimates from our historical populations seem to overlap with those previous
rates, but with lower maximum values. It is remarkable that migration from larger to
smaller populations and vice versa were detected. Some authors [18] suggested that
larger, more stable populations should act as a sink attracting strays from neighbouring
rivers, while others [85-87] found that larger populations act as a source. Empirical
studies show that larger populations can behave as sinks and that patterns can switch over
evolutionary time scales [24]. In any case, we found that gene flow from smaller to larger
populations was quantitatively prevailing. On the other hand, warmer and drier local
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environmental conditions seem to cause increased straying between neighbouring rivers
in southern populations of Atlantic salmon, resulting in a higher gene flow between close
populations [77]. Thus, ongoing climate change might increase straying rates in the future.
Values obtained in current populations from Spain could be compared with migration
rates from historical populations to extrapolate and test this hypothesis across the whole
Cantabrian watershed.

The absence of isolation by distance is not uncommon in Atlantic salmon populations
at large spatial scales [24,88]. Considering the strong homing behaviour of the species,
it seems intuitive that genetic distances between populations from different river basins
have an important geographical component. However, it seems more likely that the spatial
genetic structure in the Spanish populations may be determined by the geological and
ecological characteristics of the rivers (isolation by the environment [89]). Thus, the studied
rivers can be classified into Atlantic siliceous rivers (Navia, Narcea), Atlantic calcareous
rivers (Sella, Deva-Cares, Nansa, Pas, Ason), and Pyrenean rivers (Bidasoa). Salmon are
more likely to stray into rivers that are ecologically similar to their river of origin [90],
which is consistent with the correspondence between the 1st-level genetic clusters and
the grouping of the rivers on the former classification. Other environmental features
of the rivers (temperature, water discharge, etc.) could explain further subdivision in
2nd-level clusters and isolation of the River Pas, the closer relationship between the Sella
and Deva-Cares samples, or the exclusion of Nansa (geographically closer to Sella and
Deva-Cares).

4.3. Demographic Parameters

The population abundance trends estimated in this study are consistent with previous
studies in the area [11], showing a widespread and strong population decline linked to
climate change from the 1980s. Consequently, the estimates of the census size, the effective
and adjusted number of breeders, the adjusted effective size, and the effective size ratios in
historical samples were generally closer to values found in well-preserved, high-latitude
salmon populations than to current Spanish populations, which experienced a strong
decline linked to climate change from the 1980s [10,11]. For example, the average Nyq4)
from our study was 356, the average Ny, estimate from Canadian (Quebec) populations
was 211 [9], and the average N, estimated for some Spanish rivers was 107.5 [75]. The
same applies to N,(j): our estimates from historical populations ranged from 180 to 2431
(average 833), while estimates for the 1990s and 2000s populations ranged from 37 to 96
(average 60 [76]), 64-260 [17,75] or 38-175 [18]. These results are consistent with the general
declines in Ne observed in salmon populations worldwide [91].

As evidence of the reasonably good conservation status of the historical populations,
all had N, above the minimum threshold (N, = 95) for retaining 90% of genetic diversity
over 100 years [76], and several showed N, values close to or well over the threshold
(Ne = 1000), below which long-term maintenance of evolutionary potential is uncertain [92].
Considering other N, estimates from the study area [76], which included three of the studied
rivers (Cares, Sella, and Narcea), it is established that the decline in effective population size
between the 1990s and 2007-2008 already started between the 1950s and the 1990s, probably
due to marine overfishing and climate-driven environmental changes in both freshwater
and marine habitats. Contrary to Consuegra et al. [18], who found evidence of bottlenecks
in the more recent (1993-1998) samples of the populations from the rivers Deva, Nansa, Pas,
and Ason, there was no signal of bottlenecking in the populations sampled in the 1950s.
This is other evidence of the good conservation status of the historical populations that
highlights the importance of their decline in the last decades of the 20th century.
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5. Conclusions

Historical (the 1950s) Atlantic salmon populations from Spain showed a remarkable
native allelic uniqueness, different indicators of good conservation status (not dissimilar
from current Canadian and Scandinavian populations), and a marked population structure
with limited migration between close river basins. Since then, study populations have ex-
perienced a continuous decline that was accelerated in the 1980s, which could be attributed
to intense climate-driven biophysical changes in their marine and freshwater habitats. This
decline contributed to a reduction in genetic diversity since the 1990s, which was reversed
due to massive stocking with non-native stocks, a practice that could not prevent a loss of
native alleles and the population collapse. Furthermore, the synergistic effects of a warmer
climate, drier rivers, and the homogenizing effect of human-mediated introgression have
driven the genetic erosion of native population structure.

Despite efforts to recover targeted stocks, the current situation is alarming and merits
urgent measures to prevent local extinction. Stocking practices have been highly detrimen-
tal and their effects, combined with those of climate change, can be considered the main
anthropogenic impact affecting salmon survival and the integrity of the species’ genome
regionally. Comparisons of current populations with the benchmark provided in our study
could help identify which factors have affected salmon populations the most in this area
in the last 70 years, in order to guide conservation programs and evaluate the adaptive
potential of the species under ongoing climate change. Efforts should target recovering the
historical structure of populations and preserving their unique gene pools.
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Abstract: Ectothermic animals, such as teleosts, have increasingly been exposed to stressful high-
temperature events due to global warming. Currently, the effects of thermal stress on skeletal muscle,
a key tissue for fish growth, are unknown. This study examined the impact of high-temperature
stress on the skeletal muscle transcriptome of rainbow trout (Oncorhynchus mykiss) in control (15 °C)
and high-temperature (20 °C) conditions. Additionally, we examined the plasmatic levels of cortisol,
glucose, and creatine kinase activity, and examined oxidative damage and autophagy activation
in skeletal muscle. High-temperature stress induced significant increases in cortisol and glucose
plasmatic levels. Nevertheless, no changes were observed in creatine kinase activity in plasma and
skeletal muscle oxidation. Skeletal muscle RNA was isolated and sequenced using the HiSeq Illumina
platform. A total of 383,796,290 reads were mapped onto the reference rainbow trout genome. The
transcriptomic analysis showed that 293 genes were upregulated in the high-temperature group,
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Key Contribution: This study evaluates the effects of high-temperature stress on the skeletal muscle
transcriptome of rainbow trout (O. mykiss) and contributes to a better understanding of the potential
role of autophagy as a negative regulator of skeletal muscle atrophy.
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projected that, by the end of this century, the mean temperature of the ocean will have risen
by 14 °C, which will exert negative effects on the physiology of aquatic organisms [3].
Additionally, changes in ocean temperatures will influence the intensity and frequency of
phenomena on the Pacific coast known as El Nifio-Southern Oscillation (ENSO) [4]. Given
that fishes are ectothermic organisms, and their body temperature is equivalent to that of
the surrounding water environment, teleosts are particularly vulnerable to the effects of
global warming [5].

The physiological mechanisms that are essential for mounting an adequate response
to temperature stress entail the activation of a well-coordinated network of neuroendocrine
pathways, including the brain-sympathetic—chromaffin (BSC) axis and the hypothalamic-
pituitary—interrenal (HPI) axis, which are responsible for the production of catecholamines
and cortisol, respectively [6]. The secretion of these hormones plays a critical role in reg-
ulating energy metabolism and maintaining an organism’s homeostasis [7]. Specifically,
the cortisol-mediated response in teleosts plays a fundamental role in facilitating energetic
adaptation to temperature stress by enabling long-term glucose metabolism via gluconeo-
genesis and protein catabolism [8].

Skeletal muscle is considered to be one of the primary tissues impacted by the stress
induced by rising temperatures [8]. Skeletal muscles make up approximately 60% of the
body mass in teleosts, playing a crucial role in their locomotion, metabolism, and growth [9].
The growth of skeletal muscle is a multifaceted process that is coregulated by mechanisms
associated with myoblast proliferation (hyperplasia), increase in muscular fiber size through
protein synthesis (hypertrophy), and muscle protein degradation (atrophy) [10]. Although
several studies have described the physiological and molecular effects of temperature
stress in fish tissues, very few have focused on skeletal muscles [11]. In a recent study
conducted on a marine teleost species, red cusk-eel (Genypterus chilensis), it was found that
thermal stress leads to skeletal muscle oxidation and atrophy [12]. Additionally, RNA-Seq
assays revealed that high-temperature stress induced the expression of various autophagy-
associated genes in the liver of the species [13]. Autophagy is a fundamental cellular
mechanism that plays an essential role in energetic catabolism and the lysosome-mediated
degradation of cell components. It is a highly conserved process that allows the cell to
recycle damaged or unwanted organelles and proteins [14]. In mammalian skeletal muscle,
autophagy has been described as an essential mechanism for maintaining the structure and
proper functioning of this tissue [15]. Skeletal muscle with an impaired autophagy process
can be affected by myopathy disorder, which is related to excessive protein accumulation
in the muscle cells [16]. However, very little is known about autophagy in teleost skeletal
muscles and its regulation by environmental variables such as temperature [17]. In this
study, we evaluated the effects of high-temperature stress on global gene expression in
the skeletal muscle of rainbow trout to comprehend the impact of temperature stress on
skeletal muscle and predict the influence of global warming on the adaptive capability of
fish during their development. The transcriptomic information obtained here enabled us
to identify potential genes and signaling pathways associated with the high-temperature
stress response in rainbow trout.

2. Materials and Methods
2.1. Experimental Thermal Stress Protocol

Juvenile rainbow trout (Oncorhynchus mykiss) (1 year old; 13.22 g & 1.34; total n = 20)
were obtained from Pisciculture Rio Blanco (V region, Chile). Fish were maintained under
natural temperatures and light:dark photoperiod conditions (15 °C £+ 1 °C and L:D 12:12),
in aerated dechlorinated water, with water turnover of 0.5 L min~—! and fed daily with
commercial pellets containing 45% protein, 22% lipids, 16% carbohydrates, and 17% other
components. Fish were acclimatized for 1 week before the trial and exposed to a thermal
stress protocol previously described [12]. Briefly, this protocol consists of increasing the
temperature over 24 h at a rate of 1 °C in 5 h. During the remaining 4 days of the trial,
the control temperature was maintained at 15 £ 1 °C (control group; n = 5) and the stress
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temperature at 20 £ 1 °C (stress group; n = 5). Biological replicates of the trials were
included. On the fifth day, five individuals per group were sampled. For plasma isolation,
blood samples were collected and centrifuged at 5000x g for 10 min and stored at —80 °C.
Finally, sample individuals were euthanized by an overdose of anesthetic (benzocaine,
300 mg/L). Skeletal muscle was collected, frozen in liquid nitrogen, and maintained at
—80 °C until further analysis.

2.2. Cortisol, Creatine Kinase Activity, and Glucose Quantification in Blood Plasma

The cortisol plasmatic concentration was quantified using the Cayman Cortisol
ELISA Kit (Cayman Chemical, Ann Arbor, MI, USA; catalog number 500360). The plas-
matic activity of creatine kinase (CK) was quantified using the Abcam Creatine Kinase
Activity Assay Kit (Abcam, Cambridge, UK; catalog number 155901). The glucose plas-
matic concentration was quantified using the Abcam Glucose Uptake Assay Kit (Abcam,
Cambridge, UK; catalog number 136955). The use of these kits in rainbow trout has been
previously verified [18].

2.3. DNA and Protein Oxidative Damage in Skeletal Muscle

DNA oxidative damage and protein carbonylation were determined using the com-
mercially available kits OxiSelect Oxidative DNA Damage Quantification (catalog number
STA-320) and OxiSelect Protein Carbonyl Spectrophotometric Assay (catalog number
STA-310) (Cell Biolabs, San Diego, CA, USA), respectively, following the manufacturer’s
instructions. For further details, see Rivas-Aravena et al. [18].

2.4. Skeletal Muscle RNA Extraction and Sequencing

Total RNA was extracted from the skeletal muscles of both the control and stress
groups using the EZNA Total RNA Kit II (OMEGA Bio-Tek Inc., Norcross, GA, USA).
The RNA concentration was measured using a Qubit 2.0 Fluorometer (Life Technology,
Carlsbad, CA, USA), and RNA integrity was confirmed by capillary electrophoresis using
a Fragment Analyzer Automated CE System (Advanced Analytical Technologies, Inc.,
Ankeny, IA, USA). The ratio of absorbance at 260 nm and 280 nm was used to assess the
purity of RNA. Samples with RQN values of at least 9 were selected for further analysis.
The construction of cDNA libraries was carried out with 1 pg of RNA using the TruSeq RNA
Sample Preparation Kit v2 (Illumina, San Diego, CA, USA). Libraries were sequenced with
the Hiseq technology (Illumina) at Macrogen (Seoul, Republic of Korea) using a paired-end
technique (2 x 150 bp).

2.5. RNA-Seq and GO Analysis

The sequencing reads were processed to remove sequences of low quality (Q20) and
those less than 30 bp in length. To detect differentially expressed genes (DEGs), the reads were
mapped to the last version of rainbow trout (O. mykiss) reference genome by CLC Genomics
Workbench 9.0 (Qiagen, Germantown, MD USA), using default parameters. Gene expression
levels were estimated using the RPKM value (reads per kilobase per million mapped reads).
Genes exhibiting a fold-change value greater than 2.0 and a false discovery rate (FDR) p-value
less than 0.05 were considered as differentially expressed. The identification of DAVID GO
and KEGG enrichment analysis of DEGs was previously described [19].

2.6. RNA-Seq Validation by Real-Time RT-qPCR

All gPCR assays followed MIQE guidelines [20]. Preserved skeletal muscles from
each sampled fish were homogenized, and total RNA was extracted using TRIzol reagent
(Invitrogen, Carlsbad, CA, USA). Isolated RNAs with A260/280 ratios between 1.9 and 2.0
were selected for further processing. Next, 1 ug of RNA from each sample was reverse tran-
scribed into cDNA using the ImProm-II Reverse Transcription System (Promega, WI, USA).
Real-time qPCR was performed using a Stratagene MX3000P qPCR system (Stratagene,
La Jolla, CA, USA) following the procedure described by Rivas-Aravena et al. [18]. The
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list of primers used in this study is provided in Supplementary Table S1. The housekeep-
ing genes used for normalization were (3-actin (actp) and 40S ribosomal protein S30 (fau).
These genes were previously obtained by using the geNorm program, which obtained the
normalization factor and subsequent relative expression levels [18].

2.7. LC3 Western Blot Analysis

To validate the effects of high-temperature stress on the induction of autophagy, we
analyzed the levels of the microtubule-associated proteins 1A /1B light chain 3B (LC3)
by Western blot. To extract skeletal muscle proteins, 0.1 g of tissue was homogenized in
1 mL of lysis buffer containing 50 mM Tris-HCI (pH 7.4), 150 mM NaCl, 1 mM EDTA,
1% NP-40, and a protease inhibitor cocktail (Calbiochem, Billerica, MA, USA). Pierce BCA
Protein Assay Kit (Thermo Scientific, Rockford, IL, USA) was used for protein concentration
measurement. Then, 50 g of proteins was resolved in SDS-PAGE and analyzed using the
Western blot procedure described by Rivas-Aravena et al. [18]. Antibodies against LC3
(catalog number 12741; dilution 1:2000) and {3-actin (catalog number 4967; dilution 1:5000)
were obtained from Cell Signaling Technology (Danvers, MA, USA). After incubation
for 1 h with HRP-conjugated secondary antibodies (dilution 1:2000), membranes were
developed by enhanced chemiluminescence (Amersham Biosciences, Amersham, UK). The
films were scanned and densitometric analysis was carried out with Image] [21].

2.8. Statistical Analysis

Based on the raw data, the mean and standard error of the mean (SEM) were cal-
culated for each indicator. Differences in means among the groups were assessed using
one-way ANOVA, followed by Bonferroni’s post hoc test for multiple comparisons. All sta-
tistical analyses were performed using GraphPad Prism v.8.0 software (GraphPad Software
Inc., La Jolla, CA, USA).

3. Results
3.1. Cortisol, Glucose, and Creatine Kinase Activity Quantification in Plasma, and Oxidation in
Skeletal Muscle Tissue

Blood plasma cortisol and glucose levels significantly increased after five days of
exposure to high temperature in the stressed group (Figure 1a,b). No significant differ-
ences in plasma creatine kinase activity were observed between the control and stressed
groups (Figure 1c).

150- * 1001 * 34
. —
-
=5 E g 80 " = .
£ RS S °
= 1004 o)) 2+ ]
=) £
c £ 60+ £
: g =4 & = +
n o £
@ hd 3 40- . " = -
+ 504 —E 3] B 11
o ° 2 —55— ©
(&) O 204 ° 5

Cor;trol Str'ess Cor;trol Str:ess Cor;trol Str'ess

(@ (b) (c)

Figure 1. Levels of cortisol, glucose, and creatine kinase activity in plasma. (a) cortisol (b) glu-
cose (c) creatine kinase in blood plasma were assessed in juvenile rainbow trout kept under high-
temperature (20 °C) stress and optimal temperature (15 °C) regime. The results are expressed as
mean and standard error of the mean (£SEM, n = 5 per treatment). Differences between control and
stress groups are shown by * p < 0.05.

To evaluate the skeletal muscle oxidation induced by high temperature, we measured
protein and DNA oxidative damage. Thermal stress did not induce protein carbonylation
and DNA oxidation as compared with the control group (Figure 2a,b).
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Figure 2. Oxidative damage quantification in skeletal muscle. (a) Protein carbonylation (b) DNA
oxidative damage in juvenile rainbow trout kept under high-temperature (20 °C) stress and optimal
temperature (15 °C) regime. The results are expressed as mean and standard error of the mean
(£SEM, n = 5 per treatment). No statistical differences between groups were detected.

3.2. Transcriptomic Analysis and Pathway Enrichment Analysis

To analyze the effect of high-temperature stress on global gene expression, we per-
formed RNA-Seq analysis. A total of 383,796,290 trimmed reads were mapped in the
rainbow trout reference genome, covering 85.9% of its size. Principal component analysis
(PCA) revealed a high similarity in the biological replicates (Supplementary Figure S1).
Differential expression analysis revealed that 293 genes were upregulated and 119 genes
were downregulated under high-temperature stress (Supplementary Table S2). To ana-
lyze the biological role of the DEGs, GO term enrichment analysis was performed with
the DAVID database. The upregulated DEGs were enriched in biological processes (BPs),
such as autophagosome assembly, amino acid transport, and glutamine metabolic pro-
cess (Figure 3). Gene Ontology (GO) terms for upregulated genes were assigned to RNA
binding and nucleoplasm for molecular function (MF) and cellular component (CC), respec-
tively (Supplementary Tables S3 and S4). Among KEGG pathways, mitophagy—animal,
autophagy—animal, and spinocerebellar ataxia were over-represented (Table 1).

reticulophagy- |

negative regulation of apoptotic process=| 1

mitophagy=- |

positive regulation of macroautophagy- 1
mitochondrial outer membrane permeabilization=| 1

late nucleophagy=] 1
rRNA processing= |
glutamine metabolic process= 1
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I
0 1 2 3
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Figure 3. Gene enrichment analysis of biological processes (BPs). The graph indicates the —log10(p-value)
enriched BPs of upregulated genes between the control and stress groups with p-values < 0.05.

The downregulated differentially expressed genes (DEGs) were enriched in biological
processes (BPs) such as digestion, proteolysis, and muscle contraction (Figure 4). The Gene
Ontology (GO) terms for downregulated genes were assigned to serine-type endopeptidase
activity and cytosol for molecular function (MF) and cellular component (CC), respectively
(Supplementary Tables S5 and S6). The KEGG pathways assigned to the differentially
expressed genes (DEGs) included pancreatic secretion, protein digestion and absorption,
and adrenergic signaling in cardiomyocytes (Table 2).
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Table 1. Enriched KEGG pathways of upregulated DEGs in rainbow trout skeletal muscles.

KEGG Pathway p-Value Upregulated Genes

Mitophagy—animal 145 x 1074 mapk10, bnip3l, bnip3, ubc, atg9a, ulkl, rab7a
Autophagy—animal 9.89 x 104 mapk10, bnip3, atg9a, ulkl, rafl, rab7a, atg4d, atg2b

Spinocerebellar ataxia 1.07 x 1073 mapk10, por, psmd11, psmd2, psmd3, atp2a2, ulk1, atg2b

Protein processing in ER 299 x 1073 mapk10, hsp90abl, hspall, canx, cull, plaa, cryaa
Alzheimer’s disease 1.05 x 102 mapk10, gsk3b, por, psmd11, cdk5, psmd2, psmd3, atp2a2, ulkl, rafl, atg2b
Antigen processing 1.12 x 102 hsp90ab1, hspall, hspa4, canx, rfxap
ErbB signaling pathway 1.50 x 102 mapk10, map2k4, gsk3b, myc, rafl
Pathways of neurodegeneration 1.70 x 1072 mapk10, gsk3b, por, psmd11, cdk5, psmd2, ubc, psmd3, atp2a2, ulk1, rafl, atg2b
Legionellosis 258 x 1072 hspall, rablb, bnip3, eefla2
mTOR signaling pathway 3.05 x 1072 §sk3b, cab39, ulk1, rafl, Ipinl, wdr24

amyloid fibril formation
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Figure 4. Gene enrichment analysis of biological processes (BPs). The graph indicates the —log;o(p-value)
enriched BPs of downregulated genes between the control and stress groups with p-values of <0.05.
Table 2. Enriched KEGG pathways of downregulated DEGs in rainbow trout skeletal muscle.
KEGG Pathway p-Value Downregulated Genes
Pancreatic secretion 1.10 x 10710 prssl1, cela2a, cpbl, ctrb2, ctrbl, amylc, atp2al, cel, prss3, prss2
Protein digestion and absorption 2.35 x 107° prssl, cela2a, cpbl, ctrb2, ctrbl, prss3, prss2
Adrenergic signaling in cardiomyocytes 2.59 x 1073 cacnbl, tpm3, atp2al, scn1b, myh7
c¢GMP-PKG signaling pathway 3.82 x 1073 atp2al, vdacl, rafl, prkg1, myh7
Influenza A 415 x 1073 prssl, vdacl, rafl, prss3, prss2
Cardiac muscle contraction 457 x 1073 cacnbl, tpm3, atp2al, myh7
Hypertrophic cardiomyopathy 5.03 x 1073 cacnbl, tpm3, atp2al, myh7
Dilated cardiomyopathy 6.02 x 1073 cacnbl, tpm3, atp2al, myh7
Diabetic cardiomyopathy 4.37 x 1072 atp5f1b, atp2al, vdacl, sdha
Chemical carcinogenesis—ROS 551 x 1072 atp5f1b, vdacl, sdha, rafl

3.3. RNA-Seq Result Validation by Real-Time RT-gPCR and Western Blot

For real-time RT-qPCR validation, we selected four upregulated genes associated
with autophagy (mapk10, bnip3, atg9a, and rafl) and four downregulated genes related
to protein digestion (prss1, celal, ctrb2, and prss2) (Supplementary Figure S52). The gene
expression fold-changes measured by these two methods (RNA-Seq and RT-qPCR) were
highly correlated, with a significant R? value of 0.86 (p-value, 0.0001). Finally, to verify
the presence of autophagy in skeletal muscle, we analyzed the LC3-11/LC3-I levels. We
found that LC3-II protein was significantly upregulated in the stressed group (Figure 5a),
measuring 2.1-fold that of control conditions (Figure 5b).
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Figure 5. High-temperature stress induces autophagy in rainbow skeletal muscle. (a) Western blot
of LC3 I/1I and H2B. (b) Densitometric analysis of the Western blot showing an LC3 II/LC3 I ratio.
The results are expressed as mean and standard error of the mean (£SEM, n = 5 per treatment).
Differences between control and stress groups are shown by * p < 0.05.

4. Discussion

In the present study, we investigated the effects of high-temperature stress on the global
gene expression response in the skeletal muscle of rainbow trout (O. mykiss). The effect of
temperature stress on fish physiology is an important research focus in the face of ongoing
global warming and its potential impact on freshwater and marine aquaculture [22]. The
ability of fish to cope with temperature variations is related to their phenotypic plasticity, that
is, different phenotypes triggered by variable environmental conditions. In this sense, the
acclimatization process mediated by transcriptional changes is essential for the implementation
of an ad hoc metabolic, neuroendocrine, and immunological response to climate change [23]. In
the present study, we found that the applied stress protocol resulted in a significant increase
in the blood plasma levels of cortisol and glucose, reaching concentrations of approximately
110 ng/mL and 59 mg/dL, respectively. These results are consistent with those previously
reported to date in multiple other teleost fishes [24-28]. For instance, studies conducted
on adult rainbow trout (O. mykiss) have shown that sudden increases in temperature can
induce a similar rise in glucose and blood plasma cortisol levels [26-28]. This contrasts with
studies where the temperature was gradually increased [29]. In a recently published article,
it was determined that a similar protocol of gradually increasing temperature induced an
increment in cortisol and plasma glucose levels in the red cusk-eel (G. chilensis), a marine
teleost [12]. Considering that cortisol has been described as a potent catabolic hormone,
inducing muscle atrophy in vertebrates [19,30], we quantified plasma creatine kinase and
oxidative damage in muscle tissue as indicators of skeletal muscle atrophy. Interestingly,
our results showed that high-temperature stress did not elevate the levels of blood plasma
creatine kinase and oxidative damage markers in skeletal muscle tissue. This observation
contrasts with the findings of thermal stress studies on red cusk-eel (G. chilensis), which
reported an increase in skeletal muscle oxidative damage and an upregulation in the
expression of several genes associated with muscle atrophy [12]. Similarly, in the African
sharptooth catfish (Clarias gariepinus), it was reported that the long-term exposure to high-
temperature stress has a negative consequence on skeletal muscle growth performance
and structural integrity [31]. In Atlantic salmon (Salmo salar), thermal stress has been
shown to cause skeletal muscle discoloration and loss of skeletal muscle integrity [32],
while in gilt-head seabream (Sparus aurata), exposure to high temperatures induces an
inflammatory and oxidative response in red muscle [33]. To gain further insights into the
molecular mechanisms underlying these responses, we conducted RNA-Seq analysis in the
present study.

Differential expression analysis revealed that upregulated genes were mainly associ-
ated with autophagosome assembly and mitophagy. The obtained results were validated
by RT-qPCR analysis of selected genes and LC3 I/1II Western blot, confirming that tempera-
ture stress induces autophagy in rainbow trout skeletal muscle. Autophagy is a catabolic
mechanism that is fundamental for physiological balance and responsible for the delivery
of cytoplasmic components to the lysosomes for digestion [34]. Autophagy is triggered by
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various stimuli, including lack of nutrients, reactive oxygen species (ROS), endoplasmic
reticulum stress, and the presence of microorganisms [35]. Although various reports in
teleosts have investigated autophagy in processes such as reproduction [36-38], hepatic
metabolism [13,39,40], and immune response to infections [41,42], there is limited evidence
of the role of autophagy in skeletal muscle catabolism. Studies of fine flounder (Paralichthys
adspersus) have shown that stress induced by high-density farming can upregulate the
expression of genes involved in the autophagy process, which is believed to be a protective
mechanism against apoptosis regulated by the ubiquitin-proteasome pathway [43]. Similar
findings were reported in red cusk-eel (G. chilensis), where it was demonstrated that expo-
sure to handling stress increased the expression of genes associated with autophagy and the
ubiquitin-proteasome pathway [44]. In rainbow trout (O. mykiss), it was determined that
infectious pancreatic necrosis virus (IPNV) infection induced a dynamic response between
autophagy and the proteasomal pathways in skeletal muscle [45]. Furthermore, autophagy-
mediated skeletal muscle atrophy has been found to be induced by intensive exercise in
zebrafish (Danio rerio) [46]. Among the genes with differential expression validated by
RT-qPCR are mapk10, bnip3, atg9a, and rafl. Mapk10, also known as Jun Kinase 3 (JNK3),
encodes for a serine/threonine-protein kinase involved in various processes such as cell dif-
ferentiation, apoptosis, and autophagy [47]. In fish, its expression has been related to stress
due to hypoxia and salinity in Asian seabass (Lateolabrax maculatus) [48]. Bnip3, also known
as BCL2/adenovirus E1B protein-interacting protein 3, regulates apoptosis, modulating
the permeability of the outer mitochondrial membrane [49]. It has also been described that
bnip3 is also a potent inducer of autophagy in many tissues [49]. Its overexpression in skele-
tal muscle induced by starvation was reported in the fine flounder (P. adspersus) [50]. Atg9a,
also known as autophagy-related protein 9A, encodes for a lipid scramblase involved in au-
tophagosomal membrane expansion, directly regulating autophagy [51]. Gene expression
analysis showed that cadmium presence in water induced atg9a gene expression, positively
modulating autophagy in the liver tissue of Chinese ink carp (Procypris merus) [40]. Rafl
encodes for the RAF proto-oncogene serine/threonine-protein kinase, which acts as a
critical regulator of autophagy and the link between the membrane-associated Ras GTPases
and the MAPK/ERK signaling pathway [52]. In Chinese rare minnows (Gobiocypris rarus),
the chemical compound Carbamazepine increases its expression, inducing DNA damage
and apoptosis in the liver [53]. To our knowledge, there are no previous reports linking the
expression of these genes with high-temperature stress and autophagy in lower vertebrates.

Interestingly, temperature-induced autophagy is a phenomenon that has been reported
in mammalian skeletal muscle models. In wild boar (Sus scrofa), it has been reported that
short-term temperature stress results in apoptosis and autophagy in skeletal muscle [54].
Similarly, it has been reported that in rat (Rattus norvegicus) skeletal muscle, the autophagy
pathway is activated in response to temperature stress, as a compensatory mechanism for
muscle atrophy induced by tendon cutting [55]. In mice (Mus musculus), temperature stress
treatment rescues denervation-induced mitophagy (autophagy in mitochondria) and the
consequent skeletal muscle atrophy [56]. Further, in cell models of mammalian skeletal
muscle (C2C12 myotubes), it was reported that acute heat exposure induced autophagy re-
sulting in an elevation in AMPK, Beclin-1, and LC3 II levels, similar to our observations [57].
In recent years, evidence has emerged showing that autophagy is a fundamental mecha-
nism of the cellular redox balance, acting in the molecular responses to reactive oxygen
species (ROS) [58]. Reactive oxygen species (ROS) are produced during mitochondrial ATP
production, which can cause mitochondrial damage, triggering further cell apoptosis [59].
To prevent apoptosis, dysfunctional mitochondria are eliminated through mitophagy, a
selective process of autophagy that targets mitochondria [60]. Surprisingly, we did not
detect oxidative damage in the muscle tissue of fish subjected to high-temperature stress.
However, we did observe an over-representation of biological processes related to mi-
tophagy and negative regulation of apoptosis, indicating that autophagy in teleost skeletal
muscle is a protective mechanism against oxidative damage induced by temperature stress.
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5. Conclusions

In the present study, we demonstrated that temperature stress induces autophagy in
the skeletal muscle of O. mykiss. Considering the absence of protein carbonylation and
DNA oxidation in skeletal muscle and the absence of skeletal muscle atrophy markers in
plasma, we propose that autophagy acts as a negative regulator of damage in this tissue,
inducing the mitophagy process and inhibiting cell apoptosis.
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Abstract: The migratory life history of anadromous salmonids requires successful migration between
nursery, feeding, and spawning habitats. Smolting is the major transformation anadromous salmonids
undergo before migration to feeding areas. It prepares juvenile fish for downstream migration and
their entry to seawater. We reviewed the effects of climate change on smolt ecology from the
growth of juveniles in fresh water to early post-smolts in the sea to identify the potential effects
of climate change on migratory salmonid populations during this period in their life history. The
focus was especially on Atlantic salmon. The shift in suitable thermal conditions caused by climate
change results in Atlantic salmon expanding their range northward, while at the southern edge of
their distribution, populations struggle with high temperatures and occasional droughts. Climatic
conditions, particularly warmer temperatures, affect growth during the freshwater river phase. Better
growth in northern latitudes leads to earlier smolting. Thermal refuges, the areas of cooler water
in the river, are important for salmonids impacted by climate change. Restoring and maintaining
connectivity and a suitably diverse mosaic habitat in rivers are important for survival and growth
throughout the range. The start of the smolt migration has shifted earlier as a response to rising water
temperatures, which has led to concerns about a mismatch with optimal conditions for post-smolts in
the sea, decreasing their survival. A wide smolt window allowing all migrating phenotypes from
early to late migrants’ safe access to the sea is important in changing environmental conditions. This is
also true for regulated rivers, where flow regulation practices cause selection pressures on migrating
salmonid phenotypes. The freshwater life history also affects marine survival, and better collaboration
across life stages and habitats is necessary among researchers and managers to boost smolt production
in rivers. Proactive measures are recommended against population declines, including sustainable
land use in the catchment, maintaining a diverse mosaic of habitats for salmonids, restoring flow and
connectivity, and conserving key habitats.

Keywords: climate change; salmonids; Salmo; rivers; fresh water; migration

Key Contribution: This paper makes a valuable contribution to understanding how climate change
affects the key life stage of salmonids, smolting, and smolt migration. Smolting prepares entry
from fresh water to salt water. Salmonids are a group of species with huge cultural and economic
significance.

1. Introduction

Anadromous and potamodromous salmonids migrate from their natal river to a
feeding environment before returning for reproduction [1-3]. Migration enables fish to
exploit many temporally productive and spatially discrete habitats with various fitness
benefits (e.g., growth, reproduction, predator avoidance) [4]. Migratory life history requires
unrestricted migration routes between nursery, feeding, and spawning habitats [5]. During
each life stage, salmonids utilize the habitat that is advantageous for them. Migration
between habitats thus clearly has an adaptive value [6]. Nursery and feeding habitats
differ in environmental characteristics, and migrations precede adaptive physiological
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transformations and changes in the phenotype and behavior to be better suited for the
new environment.

Smolting is the major transformation anadromous salmonids undergo before migration
to feeding areas. Smolting prepares fish for downstream migration and entry to seawater.
Atlantic salmon Salmo salar L., 1758 juveniles can stay in their natal river habitat to grow for
1-8 years before migrating [7,8]. Of the Pacific salmon, pink salmon Oncorhynchus gorbuscha
(Walbaum, 1792) and chum salmon Oncorhynchus keta (Walbaum, 1792) can move almost
directly after the emergence at the fry stage into seawater, while the others (masu salmon
Oncorhynchus masou (Brevoort, 1856), O. tshawytscha (Walbaum, 1792), O. nerka (Walbaum,
1792), and steelhead (rainbow) trout Oncorhynchus mykiss (Walbaum, 1792)) spend one or
more years in fresh water before migrating to the sea for feeding [7]. When smolting, the
phenotype of fish changes as follows: the coloration of smolts becomes silvery, and the
body shape becomes more streamlined [2]. This, with darkened fins, a dark back, and a
white abdomen, camouflage the fish in the pelagic environment [5]. Behavioral changes
include a loss of rheotaxis, and juveniles become more pelagic. Their tendency to group also
increases [9]. Several physiological changes occur, for example, increased salinity tolerance,
increased metabolism, and olfactory imprinting helping the fish locate their home stream
on their return migration [10]. Environmental cues, e.g., photoperiod, temperature, and
waterflow, regulate physiological changes and initiate migration [2,5]. Lake-living Atlantic
salmon appear to smolts similarly to anadromous conspecifics ([11], but see [12]). This is
apparently an inherited trait [13], even for salmon spending their entire life in fresh water,
such as the Atlantic salmon residing in Lake Vanern, Sweden.

Both Atlantic and Pacific salmon populations have been in decline throughout their
habitat ranges [13-15]. To reverse this trend, it is important to understand the role of differ-
ent environmental and anthropogenic factors in the decline [16]. Numerous factors may
impact population abundances negatively, and with the complex life history of migrating
salmonids, the reasons are obviously multiple and difficult to unravel [17,18], although
the ongoing climate warming appears particularly important, especially for low latitude
populations. Anthropogenic activities have a long history of altering salmonid populations
and, thus, smolt development and smolt migration. Smolts are sensitive to external impacts
and behavior and survival during migrations [2]. Several anthropogenic activities may
affect smolt development, behavior, and survival during migration, such as hydropower
developments, land use, pollution, fish farming, and parasites like sea lice Lepeophtheirus
salmonis (Kroyer, 1837) [2,5]. Temperature and flow interact with the other anthropogenic
pressures to affect smolting and smolt migration.

Salmonids are a cold-water species. Global warming will generally have a major im-
pact on their success. Historically, climatic variability has affected the patterns of abundance
in Atlantic salmon and Pacific salmon populations [19-22]. Although estuarine and marine
mortalities have been found to be important determinants of survival, marine mortality de-
pends on factors acting in fresh water and during smolt migration [23]. Thorstad et al. [24]
argue that the best strategy to mitigate the changing environmental conditions should
be to ensure that the greatest number of wild smolts in the best condition migrate from
rivers and coastal areas to feeding areas because mortality at sea is found to be density
independent [25]. Survival at sea depends on the size of the smolts and environmental
conditions when the smolts begin their sea sojourn. [18,23,26]. In research, it is important
to address the links between river habitat conditions and the physiological requirements
of salmonids during their juvenile life stages in freshwater habitats [27]. Climate change
will continue to affect not only smolting and migration but also instream habitats across all
seasons [27].

In this paper, we review climate change effects on (1) in-river habitat conditions in
preparation for smolting, (2) the smolting process, (3) smolt migration, and (4) early post-
smolt survival. Our focus is on Salmo spp., but when relevant, we also refer to the fish
species in the Pacific salmon genus (Onchorhynchus spp.).
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2. Climate Change and Salmonid Distribution

Human activities are estimated to have induced approximately 1.0 °C of global warm-
ing above pre-industrial levels (between 1880 and 2017), with a likely range of 0.8 °C to
1.2 °C. Global warming is likely to reach 1.5 °C in about 2030 if temperatures continue to
increase at the current rate [28]. For example, a higher winter discharge, earlier snowmelt,
and earlier onset of summer low flow periods are predicted throughout the range of Atlantic
salmon [29,30].

Increasing global surface temperatures are very likely to lead to changes in precipita-
tion and atmospheric moisture because of changes in atmospheric circulation, a more active
hydrological cycle, and increases in the water-holding capacity throughout the atmosphere.
Overall, global land precipitation has increased by about 2% since the beginning of the 20th
century. There have been marked increases in precipitation in the latter part of the 20th
century over northern Europe, though with a general decrease southward to the Mediter-
ranean. Dry wintertime conditions over southern Europe and the Mediterranean and
wetter-than-normal conditions over many parts of northern Europe and Scandinavia [31]
are linked to the strong positive values of the North Atlantic Oscillation (NAO), with more
anticyclonic conditions over southern Europe and stronger westerly winds over northern
Europe (Ref. [32] conducted a review).

Northern Eurasia (north of approximately 40 °N) showed widespread and statistically
significant increases in winter precipitation between 1921 and 2015, with values exceeding
1.2-1.6 mm mo ! per decade west of the Ural Mountains and along the east coast, while
southern Europe exhibits coherent yet weaker amplitude drying trends that attain statistical
significance over the eastern Mediterranean. These precipitation trends occur in the context
of changes in the large-scale atmospheric circulation, with negative SLP (Sea Level Pressure)
trends over northern Eurasia and positive SLP trends over the central North Atlantic
extending into southwestern Europe [33].

The magnitude of climate change is considered to depend on the atmospheric load of
the two most important greenhouse gases: carbon dioxide (CO;) and methane (CHy). The
terrestrial biosphere plays an important role in the global carbon balance. In boreal zones,
forests and peatlands are an essential part of the global carbon cycle. Recent temperature
increases have been associated with increasing forest fire activity in Canada since about
1970 and exceptionally warm summer conditions in Russia during the 2010 fire season
reviewed by [34].

Atlantic salmon is distributed from northern Portugal (42 °N) to the River Kara in
northern Russia in Europe [35], and West Atlantic salmon is distributed from the Connecti-
cut River to the Ungava region of northern Quebec. Southern Atlantic salmon populations
have declined dramatically and face the highest risk of extinction as global warming moves
its thermal niche northward [36]. The suitable thermal habitat for salmon is expected
to extend northward with the invasion of new spawning, nursery, and feeding areas
north of the species’ present distributional range but with the loss of the most southern
populations [37-40]. Indeed, salmon are already responding to warmer temperatures by
expanding their range northward into the Arctic Ocean [41,42] and disappearing from the
southern edge of their distribution area [7,40,43-45]. The population complex of Atlantic
salmon in Europe has experienced a multidecadal decline in recruitment, resulting in
the lowest population abundances observed since 1970 [46]. Atlantic salmon abundance
and productivity show similar patterns of decline across six widespread regions of North
America [47]. Abundance declined in the late 1980s and early 1990s, after which it remained
stable at low levels. Climate-driven environmental factors such as changes in plankton
communities and prey availability at warmer ocean temperatures were linked to the low
productivity of North Atlantic salmon populations [47]. Landlocked European populations
of salmonids are found in Norway, Sweden, Finland, and Russian Karelia [48-51]. The
landlocked populations of salmon have declined throughout their distribution range [51,52].
Brown trout (Salmo trutta L. 1758) is native to Europe and Asia, where anadromous popula-
tions are found from Portugal to the White Sea [7]. It must be noted that the taxonomic
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status of the brown trout species complex is challenging, and the high morphological and
ecological diversity has led to the morphological description of populations belonging to
species other than S. trutta in Europe [53]. In the future, the living conditions for trout will
probably deteriorate in the southern part of the current distribution. In the northern part of
their current distribution, global warming may improve feeding opportunities, growth, and
survival conditions [7]. According to Filipe et al. [54], future brown trout distribution will
become progressively and dramatically reduced in European watercourses. Their forecasts
indicate that the greatest losses in suitable habitats will take place in southern Europe.

3. In-River Habitat Conditions in Preparation for Smolting

The most important climate-change-driven habitat changes that influence salmonid
juveniles in rivers are changes in thermal and hydrological regimes [55-57]. These changes
will affect how juveniles use their physical habitat and affect growth and survival.

Water temperature has various effects on the biology of salmonids. Thermal optima
allow salmon to maximize growth; temperatures above thermal optima can stress fish and
ultimately lead to mortality [58,59]. On a larger scale, northern populations are predicted to
do better than southern populations under global warming [38,60,61], but even in the same
river, the effects on different populations can vary [59]. Some northern populations can have
an increase in parr recruitment and smolt production [61]. However, some Arctic salmonids
are also already experiencing warm (>21 °C), physiologically challenging, migratory river
conditions [62], and an increase in river water temperatures has already been observed
in several rivers [63-65]. In general, high-latitude ecosystems are facing rapid warming,
and cold-water fish will eventually be displaced by fish adapted to warmer water [66].
The range of temperatures at which fish survive or grow differs between development
stages and salmonid species (for a review, see [7]). Atlantic salmon eggs survive between
0 and 16 °C, and alevins can develop normally up to 22 °C [67]. Growth takes place in
temperatures between 6 °C and 22.5 °C, with maximum growth at around 16 °C, and the
upper lethal temperature is 29.5 °C for parr but depends on the acclimatization temperature
and the length of the acclimatization period. With the warming of surface waters, the risk
of local extinctions will increase [68,69].

Smolt’s characteristics are influenced by their earlier life in fresh water [23,70]. For
example, the incubation of eggs at higher temperatures has resulted in fry with a reduced
swimming performance or later returning adults [71,72]. According to Thompson and
Beauchamp [73], the survival of steelhead trout in the marine environment can be driven
by an overall higher growth rate established early in life in fresh water, which results in a
larger size at smolt migration. Climate-induced instream thermal conditions affect parr size
and the age of departure from the river [74]. For salmonid populations facing increased
water temperatures, thermal heterogeneity in the river plays an important role in survival
and growth [56,75]. The density of juveniles in thermal refuges has been found to increase
after high-temperature effects [56]. Maintaining and restoring a diverse mixture of habitats
and thermal refugia is important for salmonids impacted by climate change [76]. Thermal
topology can also influence fish growth. Fish in the least complex network grew faster and
were ready to smolt earlier than fish in the more spatially complex temperature network,
i.e., in a river environment where the thermal diversity was higher [77]. Climate-induced
high water temperatures can also interact with parr density, while in chinook salmon at
low parr density, the effect of temperature on growth was positive, and at high densities,
the relationship proved to be negative [75].

Especially in the southern margins of the salmonid distribution ranges, the availability
of suitable cold-water environments becomes more important as the temperatures rise [78].
The temporal variability of these cold refuges is high; the most stable ones are typically
groundwater seeps and cold-water tributaries [79]. For cold-water species like salmonids,
headwater streams may become more important structural and thermal refuges. Head-
waters are often less impacted by humans than the main streams (T. Vehanen, personal
communication). On the other hand, high-elevation streams, especially those above snow-
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lines, can be especially vulnerable to climate change because they are likely to experience
the greatest snow-rain transition [80]. Stream size is a limiting factor for some salmonid
species, but for species like coho salmon, differently sized streams can provide an alter-
native rearing habitat [81]. For brown trout, small streams are important spawning and
nursery habitats [82,83]. Brown trout are well adapted and influenced by habitat variables
associated with the size of small streams, especially with flow variations [82,84], and the
population traits of anadromous brown trout from a small stream differ from those in larger
rivers [72].

Seasonal flow is another key element impacted by climate change, contributing to
the habitat quality of salmonid juveniles [85]. Climate change has already altered the
hydrological regimes of rivers. The changes for Atlantic salmon and brown trout include
frequent periods with extreme weather, i.e., low- and high-flow events, precipitation falling
as rain and less as snow, and a decrease in the ice-covered period [7,86]. These changes
can have a negative impact on freshwater salmon’s instream habitat [80,87]. Extremes in
waterflow can decrease recruitment and survival. Generally, the early life stages, i.e., the
eggs, emerging alevins, fry, and young juveniles, experience the highest mortalities [88,89].
High-flow events during the emergence of fry from the gravel can cause the flushing
of fry to unsuitable habitats. The preferences for physical habitat parameters like water
velocity and depth vary seasonally [90]. Climate change-induced high or low flows cause
variation in this habitat suitable for salmonid parr. Low flow conditions are also often
associated with an extended duration of high water temperatures [87]. The minimum
levels of river flow have been found to be regulators for parr survival and, hence, for smolt
production in Atlantic salmon and brown trout [61,84]. It is also predicted that stream
hydrology will change when winters get warmer, and increased fluctuations in winter
discharge and temperatures may lead to repeated ice formation and breakup [91-93]. As
winters get warmer, there is less snow, more rain, and higher winter discharges. These
changes can negatively affect the growth and survival of juvenile salmonids during the
winter [94]. The ability of the young salmonids to swim against strong currents is poor
at low temperatures [7,95], and salmonid parr prefers relatively slow flow rates in the
winter [96]. Increased rain on snow with a high flow can lead to the ice scouring of the
streambed, which results in higher egg mortality [97]. The mortality of salmonid eggs and
fry may become higher with climate change in northern rivers.

Water temperature and flow variation, the two important aspects of climate change,
are interacting with anthropogenic activities, such as land use in the catchment to affect
the fish community in rivers [98]. Anthropogenic activities have long altered migratory
fish by closing pathways and creating challenging migration conditions for smolt. Climate
change can further strengthen these human-caused effects. Climate change will intensify
precipitation and flood events in all climate regions [99], but the difference at the regional
scale can be high [100]. Increased precipitation intensity enhances suspended solid and
nutrient loadings in rivers, especially in human-altered catchments [101]. Increased rainfall
with land use (i.e., forestry, agriculture) will intensify the brownification of surface waters
due to the increased loading of dissolved organic carbon from the catchments [102,103].
This widespread phenomenon, especially in the boreal region, will deteriorate the habitat
quality of salmonid juveniles habituated to good freshwater quality. A reduced freshwater
habitat connectivity can decrease the growth of juveniles and may have deleterious impacts
on later marine life stages [104]. Flow regulation typically creates flow and temperature
conditions for fish species that prefer warm- and slow-water habitats and can thus favor
invasive species. The physically challenging migratory conditions caused by flow regu-
lation combined with large diurnal temperature fluctuations can restrict the migration
of salmonids by limiting their ability to recover from fatiguing exercise [62]. A rapid
temperature rise also has a negative effect on the osmoregulatory performance of Atlantic
salmon smolts [105].
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4. Smolting

In salmonids, genetic diversity combined with developmental flexibility leads to
numerous pathways to residency, migration, or maturation [106], and especially among
Pacific salmon, there are also other phenotypes than smolts out-migrating rivers [107,108].
Anadromous salmonid juveniles transform from parr to smolts to prepare for downstream
migration and entry into seawater. Physiological and behavioral changes take place in
the spring when juvenile salmonids undergo smolting. Smolting and smolt migration are
considered critical life-history stages essential for survival [5]. While still in fresh water, fish
undergo a preparatory smolting process involving morphological changes as they become
silvery and streamlined [2] (Figure 1). Behavioral changes include decreasing rheotactic
and optomotor sensitivities and fish’s station-holding abilities [9]. The photoperiod and
temperature regulate physiological changes via their impact on the neuroendocrine sys-
tem [2]. Thus, because the photoperiod remains the same at the same date and site each
year, the temperature will be critical in determining responses to future climate change.
Within the same river system, the distance to the sea does not seem to play a role; pop-
ulations are closer or further from the sea smolts at the same time [109,110]. Waterflow
and its variability as another major environmental factor can act more as a timer to initiate
migration [2,7], for example.

Figure 1. When smolting Atlantic salmon smolts become silvery and body-streamlined (Photo: River
Tornionjoki (Finland) Atlantic salmon smolt, Ville V&ha).

Smolting varies depending on several factors like temperature, latitude, age and size,
growth rate, and a combination of these factors. Hence, climate change with rising water
temperatures obviously has an impact on the smolting process. Size and growth potentially
affect the timing of migration and the survival of smolts [26,111-114]. Smolt age depends
on growth rate. For instance, fast-growing parr smolts are younger and smaller than
slow-growing parrs [115]. Warmer river temperatures increase the growth of parr and the
share of fish smolting at an earlier age [74]. Temperature naturally correlates with latitude
and is a strong predictor of migration timing in Atlantic salmon [116].
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The migration decisions to smolt or not are decided between internal and external
factors [114,117]. The important internal factors are the growth rate and the energetic status
of individual fish [5]. Differences in the smolting rate between naturally anadromous
and more resident populations have an inherited component [117]. A high growth rate in
the late summer and the early fall of the year before migration can predict smolting [5].
However, high growth, especially during the winter, may induce the maturation of the
parr [118].

Growth and energetics do not solely depend on temperature but on other factors
like food availability. For example, it appears that smolting may be switched off via poor
nutritional conditions preceding smolting [117,119]. Better growth conditions caused by
an increase in the river temperature can increase the proportion of sexually mature male
parr, which have a lower probability of migrating [120]. How climate change will affect
individual growth rates and energetics in salmonid populations will depend intimately on
how it affects the ecological status of rivers, particularly food availability.

Climate change may strengthen or weaken the effects of anthropogenic activities on
water quality important for smolting salmonids. Pollutants, acidity, and sedimentation
can adversely affect smolt development, which can have negative consequences on their
readiness for life at sea [10,23]. Especially in northern temperate coastal regions, which
will receive higher winter rainfall, phosphorus loading from land to streams is expected to
increase, whereas a decline in warm temperate and arid climates is expected [121]. In the
northern region, increasing precipitation will increase nutrient leaching, especially from
areas affected by human alteration: agriculture, forestry, and other land use [122]. For
example, acid leaks from the catchment are expected to increase. Increased acidity will have
a major impact on the fish community, especially on acid-sensitive salmonids [123]. Even a
short moderate exposure to acidity may require more than two weeks for the recovery of
Atlantic salmon smolts [124]. Freshwater ecosystems are sensitive to anthropogenic flow
regime alteration, which may cause temperature fluctuations. Close to its southernmost
distribution, warming with low flows threaten coho salmon in California, and environ-
mental flow protection is needed to support Pacific salmon in a changing climate [125].
Rapid temperature shifts have a negative impact on the hypo-osmoregulatory capacities of
Atlantic salmon smolts [126]. There is an interaction of salinity and elevated temperature
in the osmoregulatory performance of salmon smolt, and rapid temperature fluctuations
above the threshold temperature (20 °C) have been found to cause iono-regulatory failure.

5. Smolt Migrations

Smolts start their downstream migration during a “period of readiness”, a smolt win-
dow when they are physiologically prepared to meet the conditions in their marine feeding
area [2,127]. In Atlantic salmon smolt, migration typically takes place during the spring
and early summer at a length of 12-25 cm [128]. Temperature and flow are environmental
cues for smolt migration. Migration times differ between years and rivers; the temperature
can be a good predictor of the timing [129-131]. Warmer temperatures result in earlier
migrations [130]. Typically, a correlation between the onset of the smolt run and the water
temperature has been found [132]. Temperature experience, an accumulated temperature,
or a combination of a temperature increase and temperature level in the river during the
spring are the cues to initiate migration rather than any threshold temperature [130,133,134].
The initiation of smolt migration was positively associated with freshwater temperatures of
up to about 10 °C and leveling off at higher values [18]. Another major environmental clue
that plays an important role in initiating smolt migration is river flow. During the smolt
window, increased waterflow initiates smolt migration [128,132,135,136], but high flows
have also been found to have an opposite influence by depressing migration [130,132]. De-
pending on the conditions, the relative influence of water temperature and flow in initiating
migration can differ across years [137]. Other environmental cues, like the photoperiod,
have been found to control the initiation of downstream migration [138], but temperature
and flow are the key environmental factors to be considered in response to climate change.
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When ready, smolts lose their willingness to maintain station in a flow and start
migrating downstream with the aid of the current. The speed of the current influences
the downstream travel time, but smolts actively swim, typically following the mainstream
in the surface water layer [7,120,139]. Smolts predominantly migrate at night, but this
may change later in the migration period [2,5,140]. Smolts migrate downstream in schools
of varying sizes. Relatively little is known about the formation of these groups. Some
results indicate solitary movement from natal streams, followed by schooling further
downstream [141]. A genetic component is involved as Atlantic salmon smolts migrate
more in kin-structured groups than with unrelated individuals [142]. Some environmental
factors like light and dark variations can influence schooling [143].

The timing of migrations has been adapted via evolution to avoid unfavorable condi-
tions and arrive when environmental conditions are suitable for survival and growth [4].
Mismatched timing would lead to decreased fitness, depleted food sources, and/or in-
creased predation. As described above, the environment has an effect on migration timing,
but it is also influenced by inheritance [144,145]. The relative contribution of genetic differ-
ences remains uncertain [146]. Under climate-induced environmental changes, different
migrating phenological traits may be important for the fitness of individuals [128]. It is
obvious that Atlantic salmon migration timing is already responding to warming tempera-
tures: The initiation of a smolt’s seaward migration has occurred approximately 2.5 days
earlier per decade throughout the basin of the North Atlantic [18]. Accordingly, the long
time series analysis (1978-2008) of the timing of the smolt migration of Atlantic salmon
in the River Bush, Northern Ireland, revealed that earlier downstream migration periods
were evident across the time series [147]. Kastl et al. [125] found that an increase from 10.2
to 12.8 °C in mean seasonal water temperature accelerated the migration window by three
weeks in coho salmon living near its southern distribution range in California, USA.

The earlier migration timing has given rise to growing concerns about smolts po-
tentially missing the optimal environmental migration “window” [23]. Global warming
also affects the receiving marine ecosystem by increasing surface seawater temperatures,
and the results of this mismatch are difficult to predict. Climate change affects how and
when species interact, potentially decoupling species interactions, combining others, and
reconstructing predator—prey interactions [148]. Some of these mismatches may lead to
increased predation on smolt production or cause starvation; some may have no effect. A
better understanding of how these interactions work is crucial to predict vulnerability to
the effects of climate change. Monitoring the timing and number of migrating smolts is im-
portant for revealing the effects of the changing climate on the smolt run. The quantification
of migrating smolts to produce assessments of possible changes in natural reproduction,
rates of survival, and patterns of migration, for example, by smolt trapping, is important
for management (Figure 2).

The changed timing of smolt migration may lead to long-term changes to the migra-
tory phenotypes of salmonids, e.g., [4]. A wide migration window with a diversity of
phenotypes can act as a safeguard against uncertainty in resource availability, buffering the
variability in predator pressure or thermal mismatch. The survival of phenotypes can de-
pend on seasonally fluctuating conditions, such as thermal or hydrological circumstances af-
fecting food availability, either directly or indirectly [149]. For example, Sturrock et al. [108]
found that relative proportions of migrating phenotypes that contributed to the spawning
population differed between the wet and dry years in chinook salmon. In California’s
chinook salmon, the late migrating phenotype dominated, but other strategies played an
important role for many years [76]. Kennedy and Crozier [147] observed that the marine
survival of one sea winter Atlantic salmon was strongly influenced by the run timing, and
during the observation period, later emigrating cohorts demonstrated increased survival.
In lake-migrating sockeye salmon entering Lake Washington, juveniles migrating later in
the season encountered higher zooplankton abundance and warmer water, but the optimal
date for lake entry ranged across years by up to a month [149]. These examples show that
the success of migratory phenotypes varies with environmental conditions. The warm-
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ing of waters may highlight the importance of rare phenotypes in responding to climate
change [76]. The loss of phenotypic diversity can, therefore, have an impact on population
persistence in a warming climate.

Figure 2. A smolt trap in the River Tornionjoki, Finland, to catch downstream migrating smolts and
monitor their annual numbers and condition (Photo: Ville Vaha).

Anthropogenic use of fresh water, especially flow regulation with dam construction,
has resulted in population declines and a loss of salmon life-history diversity [150,151].
Anthropogenic pressures, including climate change, affect the selection pressures in migra-
tory salmonids, including on migrating smolt phenotypes. It would, therefore, be difficult
to consider potential evolutionary responses to climate change without considering other
human effects. For example, migration route selection at a hydropower plant intake has
been found to be consistent with phenotypes, and those traits selecting turbines could
potentially be eliminated from the population due to high mortality [152]. A long spill
time is needed to protect the earliest and latest migrating phenotypes [131]. Low flows
are expected to become more frequent, especially in the southern distribution area of
salmonids, and during low flows, even small weirs can cause significant delays in smolt
migration impacts [153]. River regulation practices are affected by climate-induced changes
in temperature and precipitation, depending on the region, and they may also change
selection pressures, affecting salmonid populations.

Survival during migration and patterns of mortality have the potential to yield im-
portant insights into population bottlenecks [154]. Smolts are vulnerable to predators
during their downstream migration in the surface layer. In the southern River Minho
(Spain/Portugal) and in the River Endrick (Scotland), the mortality of Atlantic salmon
smolts by avian and piscine predators was high, demonstrating that the number of smolts
lost in the river is likely to constrain population abundance in these rivers [154,155]. High in-
river mortalities during downstream migration have also been found in Pacific salmon [156].
Climate change may create conditions that allow the successful spread of predators, includ-
ing invasive species [157-159]. For example, increasing predator populations of cormorants
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(Phalacrocorax carbo sinensis (Staunton, GL 1796)) and an invasive terrestrial predator in
Europe, American mink (Neovison vison (Schreber, 1777), can cause elevated predation
pressure on smolts [160-162]. Further, more detailed studies quantifying the impact of
invasive species and climate change on smolt migration are needed for future management
considerations.

6. Early Post-Smolt Survival

Most mortality between the smolt and adult stages is generally considered to occur
during the first year of life at sea when survival, maturation, and migration trajectories
are being defined [40,46,163,164]. Salmon’s first year at sea, known as the post-smolt year,
is characterized by variable mortality rates [165]. Mortality has often been considered to
be highest during the first few months at sea [166,167]. Young salmonids are sensitive
to variable climatic factors and food availability [168-170]. Reduced marine survival is
widely accepted as an important contributor to the observed salmon population declines in
recent decades [24,40,171,172]. Ocean climate variability during the first spring months of
juvenile salmon migration to the sea seems to be central to the survival of North American
populations, whereas summer climate variation appears to be important to adult recruit-
ment variation for European populations [165]. In the Baltic Sea, marine survival estimates
of salmon post-smolt were negatively correlated with temperature [173]. The anticipated
warming due to global climate change will impose thermal conditions on salmon popula-
tions outside the historical context and will challenge the ability of many populations to
persist [165].

The timing of salmon smolts’ seaward migration and the size of smolts must be
balanced with the marine conditions for the successful fulfillment of the life cycle [18,23,174].
Smolts” seaward migration should coincide with optimal thermal conditions at sea to
maximize survival [2,40,175], but climate change has advanced the timing of salmon smolt
migration and created a mismatch with optimal conditions for post-smolt growth and
survival [18,147,176,177]. In the Gulf of St. Lawrence in the northwest Atlantic, the survival
of sea-entering small smolts was found inferior to that of large smolts [178]. Smolt size
can also influence the subsequent growth rate of Atlantic salmon at sea, with larger smolts
showing slower growth [179]. Observations on brown trout in the River Imsa, Norway,
suggest that an increased water temperature will induce seaward migration in the early
spring, when sea growth and survival are poor [170].

Warmer temperatures in the North Atlantic have modified oceanic conditions, re-
ducing the growth and survival of salmon by decreasing marine feeding opportuni-
ties [40,46,180,181]. Spring plankton blooms and, therefore, the peak of higher trophic
resources available for salmon may be advanced in the season and may occur in different
places [182-184], potentially creating a mismatch between salmon smolt migration and
available resources [172,185]. A climate-driven shift in the zooplankton community compo-
sition towards more temperature-tolerant species with limited nutritional content may be
associated with the decreased marine survival and growth of salmon smolts [169].

On a local scale, controlling climate change drivers is impossible. Proactive measures
against population decline are, therefore, recommended [186]. These measures can in-
clude sustainable land use in the catchment and maintaining a diverse mosaic of habitats
for salmonids [76,186]. Catchment scale conservation, including flow and connectivity
restoration, is an important management priority for maintaining and improving juvenile
salmonid, and thus smolt, production. Conservating headwater stream habitats maintains
and increases the variability in habitats and the life history of salmonids to mitigate the
effects of climate change. The freshwater environment is especially vulnerable to climate
change effects because it is already exposed to numerous anthropogenic pressures, and
water temperature and flow are highly climate dependent [187,188]. To secure the adaptive
variability of a smolt, a safe downstream passage should be ensured at hydro dams, either
with physical structures or sufficiently long spill time windows. Improved flow manage-
ment is needed under climate change to avoid a further loss of phenotypic diversity in
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Number of wild salmon smotls

salmonids. It is important to integrate management throughout the life cycle, including
both sea- and freshwater phases, to secure a positive outcome for the salmonid populations
(Figure 3).
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Figure 3. Toward a better future: After successful management actions in the Baltic Sea and in
the river itself, the annual number of smolts migrating from the River Tornionjoki has increased
substantially [189].

7. Conclusions

Atlantic salmon are already experiencing and responding to climate-change-induced
warmer water temperatures at different scales. On a large scale, there are signs of salmon
expanding their range northward, as expected due to a shift in the suitable thermal habitat,
while southern populations are struggling more due to high temperatures and periodic
droughts. While an increased temperature can have positive effects on the production of
northern populations, increasing growth leading to earlier smolting also results in concerns
about increased water quality problems via water brownification and eutrophication, partic-
ularly from human-impacted land areas with the effects of increased rain, especially during
the winter. The risk of local extinction of salmon populations has increased, especially
at the southern edge of salmon distribution. Low flow events, especially those typically
associated with high water temperatures, are population bottlenecks. Mitigating the effects
of climate change on a local scale to increase smolt production includes flow management
and precautionary efforts to maintain and improve the ecological status of rivers. These
measures are land-use planning and restoration on a catchment scale to diminish loading
from the catchment and promote the conservation and restoration of instream habitats.
Dense forests along riverbanks can decrease the water temperature.

Smolt characteristics depend in many ways on the factors acting in fresh water, and
these characteristics affect post-smolt survival in the feeding area. Thermal heterogeneity
in the river plays a significant role in survival and growth, and we should have better
knowledge of the magnitude and location of cold-water refuges in streams. Mapping
these areas with modern technology would help in conservation work. Maintaining a
diverse mosaic of habitats and connectivity via conservation and restoration is crucial for
mitigating climate change effects in rivers.

In response to increasing temperatures, an earlier migration timing of smolts is evident
throughout the range of salmonids. This changes how and when species interact. It also
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restructures predator—prey interactions. To readjust to the changed, and still changing,
conditions, it is important to maintain the widest possible smolt window to allow all
existing phenotypes, whether early or late migrants, to prevail. Under climate change,
different migrating phenological traits may be especially important to the future fitness
of the species. This is especially important in regulated rivers, where the anthropogenic
alteration of waterflow creates not only increased mortality but also artificial selection
pressure on migrating smolts. For example, this would mean longer spill water times or
keeping the downstream routes open throughout the migration period.

Predation creates a substantial impact on migrating smolts and, thus, on the entire
population. Climate change enhances the spread of invasive species, including invasive
predators, which can increase the total predation pressure on smolts. This emphasizes
better control of invasive species, the prevention of their dispersal, and better control of
their populations.

Finally, we agree with the previous literature, stating that collaboration and research
among scientists and managers across life cycle stages and ecosystems are urgently needed
to address the research gaps [27] and that the basic strategy to protect salmonids against
the effects of climate change should be to ensure that the maximum number of wild smolts
in the best condition leave rivers, e.g., [23,24].
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Abstract: Climate change causes warming of rivers and may increase discharge, particularly during
winter. Downstream of hydropower plants, fluctuating water temperature and flow create dynamic
overwintering conditions for juvenile salmonids. We used inSTREAM 7.2-SD to simulate the effects
of increased temperature (+2 °C) and discharge (+10%) on the overwinter growth and mortality of
one-summer- and two-summer-old Atlantic salmon and brown trout in a river with a hydropeaking
flow regime in a 2 x 2 design with replicated simulations. Water temperature had a major positive
relationship with growth for both species and year classes, whereas increased flow alone had no
major general effect on overwinter growth. For one-summer-old trout experiencing the high tem-
perature regime, however, increased flow resulted in reduced growth. There were no major effects
from temperature and flow on the survival rate of the two-summer-old fishes. On the other hand,
there were significant interaction effects for the one-summer-olds, indicating that the effect of flow
depended on temperature. For one-summer-old salmon, high flow resulted in increased survival in
the low temperature regime, whereas it resulted in reduced survival in high temperature. In contrast,
for one-summer-old trout, high flow resulted in reduced survival in the low temperature regime and
increased survival in the high temperature. Different hydropower operation alternatives may interact
with warming, affecting the relative competitive abilities of stream salmonids. Ecological models that
predict the effects of different environmental conditions, such as temperature and flow regimes, may
offer insight into such effects when in situ experiments are not feasible.

Keywords: flow; global warming; habitat; IBM; inSTREAM; salmon; trout

Key Contribution: Using the individual-based model inSTREAM 7.2-SD, we predicted how altered
temperature and discharge regimes in a future climate would influence the growth and survival
of brown trout and Atlantic salmon in the Gullspang River, Sweden, from September to April.
Increased temperature and flow, and their interaction, affected the two species and the different age
classes differently.

1. Introduction

Climate change causes warming of rivers and streams [1], and during winter it may
increase discharge, resulting in less snow and ice on streams at high latitudes. In rivers
that do not freeze during winter, elevated water temperature and winter spates affect the
riverine biota [1-3]. Fish that are winter active, such as salmonids, must cope with these
changing winter conditions by adjusting their behaviour and physiology [4-6].

Many salmonid populations inhabit regulated rivers, and the operation of hydroelec-
tric power plants, which affects downstream flow and temperature, plays a key role in
ensuring that there is enough suitable rearing and spawning habitat for salmonid popu-
lations to survive [5,7]. In regulated rivers with hydropower generation that must meet
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sub-daily fluctuations in electricity demand, hydropeaking flow may contribute further to
dynamic winter conditions by causing a fluctuation in water temperature and flow, which
in turn affects ice dynamics [8] and fish habitat [4,9,10]. These changing environmental
winter conditions affect the risk of stranding [11] and displacement [12] and may increase
energy expenditure [4-6] in juvenile salmonids.

Typically, it is not generally feasible to test in situ the effects of different hydropower
operation alternatives on salmonid population dynamics. In lieu of such field studies,
ecological models that predict the effects of different environmental conditions, such as tem-
perature and flow regimes, may offer insight. In particular, bioenergetic individual-based
models (IBMs) have given biologically meaningful and mechanistically understandable
explanations for observed ecological phenomena [13-15].

Here, we used inSTREAM 7.2-SD (an IBM of salmonids in a stream environment
with sub-daily flow fluctuations) [16] to simulate the effects of increased temperature and
discharge on the overwinter mortality and growth of one-summer- and two-summer-old
Atlantic salmon and brown trout in the Gullspang River, Sweden. These two salmonid
populations have high cultural, economic and conservation value [7]. This river is subject to
sub-daily flow fluctuations because the hydropower plant that regulates the river operates
with hydropeaking power generation [17]. Our study built on the work by Hajiesmaeili
et al. [17], in which the effects of different hydropeaking and non-hydropeaking flows were
compared. Here, we used the same study system to assess how winter conditions, including
temperature change, may affect the two species. Specifically, we compared mortality and
growth under current flow and temperature conditions and compared these to the growth
and mortality in an environment with a 2 °C higher temperature and 10% higher discharge.

2. Material and Methods
2.1. Model Description and Study Site

The inSTREAM models are fed the following input: (1) a shapefile of cell geometry and
habitat features imported from a geographical information system (GIS), (2) 2D bathymetry-
based hydraulic modelling output to predict water velocity and depth in the cells at
different discharges, (3) time-series information of turbidity, discharge and temperature
(Figure 1), (4) parameters specific for the simulated reach and the fish species investigated
and (5) the initial fish population at the start of the simulation (Table 1). The models
provide different outputs at the individual level, such as growth and survival, as well as the
selected cell position and the proportion of individuals displaying different behaviour (drift
feeding, cruise feeding and hiding) at each time step. All choices are based on maximizing
individual short-term fitness. These data can be summarized into population responses,
such as population growth or decline, and spatial and temporal distribution patterns.

Using the NetLogo modelling software platform, the 7th version of iInSTREAM is the
most recent update that uses multiple time steps per day related to the light (dawn, day,
dusk and night) and enables the user to incorporate additional flow change-dependent time
steps (inSTREAM 7-5SD [16,18]), thereby making this version suitable for simulations of
rivers that have a hydropeaking flow regime [17]. At every time step, each individual fish
selects its habitat cell and activity (drift feeding, search feeding or hiding) and experiences
growth or weight loss based on its net energy intake. In addition, survival for each
individual at each time step is determined in relation to mortality risks: high temperature,
stranding (associated with an extremely shallow habitat), poor condition (starvation), and
predation by terrestrial animals and other fish. Habitat selection (and consequently growth
and survival) is modelled using a hierarchy of fish length. Selecting where to feed or hide
is executed from the largest to the smallest fish, and individuals can only use food and
velocity shelters that had not been used by larger fish. Growth is modelled as proportional
to the net rate of energy intake, which was the difference between the energy from feeding
and the metabolic costs.
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Figure 1. Effects of increased temperature and flow on growth and survival of Atlantic salmon and
brown trout in a Swedish hydropeaking river was investigated by simulating population responses
from 1 September to 30 April using the individual-based salmonid population model inSTREAM
7-SD. In the 2 x 2 design, each combination of low (baseline) and high temperature (+2 °C) and flow
(+10%) regime was tested. As an example of how the treatments affect discharge and temperature,
the figure shows the hydrograph and water temperature during the month of September.

Table 1. Initial size of one- and two-summers-old Atlantic salmon and brown trout population in a
hydropeaking Swedish river used as input data for the individual-based salmonid population model
inSTREAM 7-SD. Fish sizes were matched to electrofishing data.

Species Starting Age Number Length (Min-Mode-Max; mm)
Atlantic salmon one summer 810 6.2-9.0-14.3
two summers 40 15.5-17.2-18.6
Brown trout one summer 360 4.6-10.5-19.0
two summers 20 19.7-22.5-23.5

Discharge affects water depth and velocity, which influences prey capture probability
and energy expenditure, which in turn is affected by the availability of velocity shelters
and fish size. The energy budget, in turn, affects growth rates and mortality risk. Various
temperature effects are incorporated in the model, including metabolic rates and physical
performance, which are represented through a bioenergetics approach. If the fish lose
weight, they are vulnerable to poor condition (starvation) and predation because the
decision of an individual fish on where and when to feed or hide depends on its own state.
Predation risk from piscivores also increases with temperature due to increases in metabolic
demands and feeding activity. Furthermore, temperature affects the maximum sustainable
swimming speed, which influences the success of drift feeding. All the parameters in the
model and detailed documentation of its formulation are described in the InNSTREAM 7 user
manual [16,18].

The 8 km-long Gullspdng River, which connects Lakes Skagern and Vénern, serves a
5000 km? catchment area of mainly forested land and has a mean discharge at the mouth of
62 m3 s~1. The river harbours migratory populations of land-locked, large-bodied Atlantic
salmon and brown trout, and because of their high cultural, conservation and economic
value [7,19], river restoration projects have been initiated to help these populations to
recover. However, the efficiency of these restorations has not been thoroughly assessed, in
particular in face of further climate change. Spawning and rearing habitats are limited to
three rapids, and this study used the Lilla Arasforsen rapids, as the study site (59.012 °N,
14.098 °E). Hydropeaking in this river is allowed from 20 August to 19 April, with a
minimum base flow of 9 m3 s~!. The maximum capacity of the hydropower plant is
230 m® s~1, but not all of this high discharge reaches Lilla Arasforsen because a diversion
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weir upstream reduces the maximum flow. In our simulations, we assumed that all water
over 80 m® s~ would be directed to the diversion channel and not reach Lilla Arasforsen.

The model was calibrated using electrofishing data on growth for the different year
classes and adjusting drift and benthic food availability in addition to aquatic and terrestrial
predation risk because these parameters have been shown to affect model output the
most [17,18,20]. A detailed description of the hydrodynamic modelling (using MIKE 21;
DHI Sweden), Lilla Arasforsen model application description, model calibration and a map
of the area can be found in Hajiesmaeili et al. [17]. The model covered 24,000 m? (5500 cells)
and was populated by 810 one-summer-old and 40 two-summer-old salmon and 360 one-
summer-old and 20 two-summer-old trout with sizes according to those electrofished in
the same reach [17].

2.2. Flow and Temperature Scenarios

We used two temperature and two discharge time series in a 2 x 2 full factorial design.
For the temperature time series, which represented the current temperature, we used
modelled data based on air temperature for 2013-2014 [21]. The temperature model was
validated by empirical water temperature data from 2019 to 2021. We used the temperature
time series from 2013-2014 in our simulations because these years were not unusually
warm or cold. To create the time series that represented an increased temperature regime,
we used the first temperature time series and added 2 °C to all data points (Figure 1). In
arctic rivers with ice dynamics, climate change will likely have less effect on winter water
temperatures because these rivers will stay frozen [1]. However, in the Gullspang River,
an increase can be expected because it is rarely ice covered and typically has winter water
temperatures > 0 °C (SMHI'’s Vattenwebb [22]), and it will likely be affected by a milder
and wetter winter. The discharge time series that represented the current flow regime was
based on data having a high temporal resolution (1 h~!) provided by the hydropower
operator, and originating from years that were not unusually dry or wet (2013-2014). For
the time series 1 September to 30 April, which represented a future flow regime in a climate
with wetter winters, we used the first discharge time series and added a 10% discharge
to all data points (Figure 1). We could not reliably estimate when conditions similar to
those in our scenarios may occur. Nevertheless, as a comparison, modelling results from
the Norwegian River Mandalselva (at approximately the same latitude as the Gullspang
River) predict a substantially larger increase than 2 °C and 10% more discharge within
100 years [23].

2.3. Data Analysis

For each of the four combinations of temperature and flow regimes in our 2 x 2
design, we carried out five replicated simulation runs using different random seeds each
time for a total of 20 runs. We calculated the overwinter growth and survival for each
species and year class based on the mean mass and number of individuals at the start of
the simulation (1 September) and the end (30 April) (Table 1). Specifically, we calculated
the mean instantaneous growth rate (g) as

8= (In(Mepg) — In(Mstart))/ At

where Mepg and Mgtart are the mean body masses at the end and the start of the simulation,
and At is the duration of the simulation. Specific growth rate (SGR, % per day) was
calculated per Crane et al. [24]:

SGR =100 x (¥ — 1)

Survival rates were calculated as the proportion of live fish at the end of the simula-
tions. We arcsine square root- transformed the proportions to achieve normal distribution.
Levene’s test for equality of variances showed that variances were similar among the
groups (p > 0.05). We argue that inferential statistical methods based on null hypothesis
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testing may be relevant when the model used for the simulations is complex; the predic-
tion of the treatment effects is not trivial; and the results are presented as both statistical
significance and effects size [25]. To analyse the effect of increased temperature and flow
(and their interaction term) on the overwinter growth and survival of juvenile salmon and
trout in the Gullspang River, we used two-way ANOVAs and analyzed the data using SPSS
Statistics 28 (IBM, Armonk, NY, USA).

3. Results
3.1. Specific Growth Rates

Both the salmon and trout grew during the simulated period 1 September to 30 April
the following year. The mean lengths of the salmon at the start of the simulations were 9.8
and 17.1 cm for the one-summer-olds and two-summer-olds, respectively, and 14.1 and
27.9 cm, respectively, at the end. The corresponding values for trout were 11.4 and 22.0 cm
at the start and 17.3 and 29.7 cm at the end. The mean body mass growth (SGR) across
all treatment combinations was 0.52% day ! for the one-summer-olds and 0.60% day
for two-summers-olds. One-summer-old trout had higher growth (0.62% day~!), whereas
two-summer-old trout had lower growth (0.39% day~1).

Increased flow had no major effect on overwinter growth (Table 2; Figure 2). Only for
one-summer-old trout experiencing a high temperature regime did the increased flow result
in reduced SGR (Figure 2), as indicated by a significant interaction term in the ANOVA
(Table 2). For one-summer-old trout in high temperature, mean SGR decreased from 0.68%
day~! for the low flow regime to 0.65% day ! for high flow. Water temperature had a
major positive relationship with growth for both species and year classes (Figure 1; Table 2).

Table 2. Results from two-way ANOVAs, presenting the effects of temperature and flow regimes
on specific growth and survival rates of one-summer-old and two-summer-old Atlantic salmon
and brown trout. Growth and survival rates were extracted from simulations (n = 5) of salmonid
populations in a Swedish hydropeaking river in low (baseline) and high (+2 °C increase from baseline)
temperature regimes and low (baseline) high (+10% from baseline) flow regimes in a 2 x 2 design.
The individual-based salmonid population model inSTREAM SD-7 was used for the simulations.
The p values in boldface indicate significant effects ( = 0.05).

Variable Population Source of Variation F df P 1p>
Specific  Atlanticsalmon, o ture 11265 1,16 <0.001  0.876
one summer
growth Flow <0.01 1,16 1.000 <0.001
rate Temperature x Flow 0.67 1,16 0.426 0.040
Brown trout, Temperature 13697 1,16  <0.001 0895
one summer
Flow 2.80 1,16 0.114 0.149
Temperature x Flow 4.98 1,16 0.040 0.237
Aflantic salmon, p e 1313 1,16  0.002 0451
two summers
Flow 0.04 1,16 0.851 0.002
Temperature x Flow 1.78 1,16 0.201 0.100
Brown trout, Temperature 808 1,16 0012 0336
two summers
Flow 1.29 1,16 0.272 0.075
Temperature x Flow <0.01 1,16 1.000 <0.001
Survival ~ Atenticsalmon, o o ature 15824 1,16  <0.001  0.908
one summer
rate Flow 0.20 1,16 0.661 0.012
Temperature x Flow 11.84 1,16 0.030 0.425
Brown trout, Temperature 726 1,16 0160 0312
one summer
Flow 0.10 1,16 0.752 0.006
Temperature x Flow 5.29 1,16 0.035 0.248
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Table 2. Cont.

Variable Population Source of Variation F df P 1p>
Allanfic salmon, o aie 090 1,16 0358  0.053
two summers

Flow 0.07 1,16 0.800  0.004
Temperature x Flow 0.36 1,16 0.555 0.022
Brown trout, Temperature 018 1,16 0679 0011
two summers
Flow 0.18 1,16 0.679  0.011
Temperature x Flow 1.60 1,16 0.224 0.091
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Figure 2. Mean specific growth rate (1 September—30 April) of (A) one-summer-old Atlantic salmon
and (B) brown trout and (C) two-summer-old Atlantic salmon and (D) brown trout estimated from
simulations (n = 5) of a Swedish hydropeaking river in low (baseline) and high (+2 °C increase from

baseline) temperature regimes. Open circles represent a low (baseline), and filled circles a high (+10%
from baseline) flow regime. The individual-based salmonid population model inSTREAM SD-7 was
used for the simulations. Error bars indicate + 1 SE.
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3.2. Survival

One-summer-olds had lower mean survival rates (salmon: 40%; trout: 50%) than did
the two-summers-olds (salmon: 84%; trout: 92%). Temperature and flow regimes did not
affect the survival rates of the two-summer-olds (Figure 3; Table 2). For the analysis of
survival rates for one-summer-old fish of both species, there was significant interaction
between the temperature and flow regime (Figure 3; Table 2), indicating that the effect of
the flow depended on the temperature. For one-summer-old salmon, high flow resulted
in increased survival in low temperatures, whereas it resulted in reduced survival in high
temperatures. For one-summer-old trout, the pattern was the reverse; high flow resulted in
reduced survival in the low-temperature and increased survival in the high-temperature
regimes (Figure 3).

O = Low flow
o = High flow

40-

55
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401

100

1

80
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T Al T
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Low High Low High
Temperature regime

Figure 3. Mean survival rate (1 September-30 April) of (A) one-summer-old Atlantic salmon and
(B) brown trout and (C) two-summer-old Atlantic salmon and (D) brown trout estimated from
simulations (n = 5) of a Swedish hydropeaking river in low (baseline) and high (+2 °C increase from
baseline) temperature regimes. Open circles represent a low (baseline) and filled circles a high (+ 10%
from baseline) flow regime. The individual-based salmonid population model inSTREAM SD-7 was
used for the simulations. Error bars indicate + 1 SE.

83



Fishes 2023, 8, 323

4. Discussion

We used the salmonid population IBM inSTREAM 7.2-SD to simulate the effects
of an increase in temperature and flow on overwintering juvenile Atlantic salmon and
brown trout in a Swedish hydropeaking river. The results indicated the potential effects
of climate change on two threatened salmonid populations in the Gullspang River and
highlighted that the youngest size class (one-summer old) was the life stage most vulnerable
to warming.

Increased winter temperature due to climate warming resulted in faster growth.
Salmonid growth typically ceases at 1-3 °C [26], and with an increase of 2 °C in the
Gullspang River, the period with little-to-no potential growth (water temperatures < 3 °C)
was considerably shorter by approximately 70% during the winter of 2013-2014). On the
other hand, high winter temperatures resulting in increased metabolic rates required access
to food resources and foraging opportunities to avoid starvation, and this feeding activity
may have increased predation risk [4,6]. Although increased winter temperatures resulted
in higher prey capture success for drift-feeding salmonids [27], foraging positions with a
low predation risk may be lacking. Therefore, our result that the one-summer-old Atlantic
salmon suffered from increased mortality in the high temperature regime was expected
because small fish are typically more vulnerable to both predation and starvation compared
to large fish [4,28].

Flow had only minor effects on growth and survival; however, in interaction with
temperature it did affect one-summer-old Atlantic salmon survival. The combination
of high flow and low temperature resulted in the highest survival rates, whereas high
flow with high temperature resulted in the lowest. This may be worrisome because
both temperature and flow will likely continue to increase. Here, we added 10% to the
baseline scenario (empirical flow data from 2013-2014) as a constant addition. However,
the potentially added discharge in northern rivers during winter will unlikely be released
evenly over the year. Further simulations to investigate how an increased yearly discharge
may be released over the year, i.e., different scenarios of hydropower generation schemes,
may be worthwhile to find measures to minimize Atlantic salmon parr mortality in the
Gullspéng River. For one-summer-old brown trout, the pattern was the reverse: the highest
survival was achieved under the low-flow and low-temperature regimes, whereas low
flow and high temperature resulted in the lowest survival rates but the highest growth.
Therefore, it is possible that by adjusting the flow under different warming scenarios, the
relative competitive abilities of salmonid species will change [29,30].

In a previous study employing the same inSTREAM model, Hajiesmaeili et al. [17]
tested the effects of hydropeaking scenarios with different baseflows. They found that
increased flow generally had a negative effect on the survival of both species over the
course of a whole year due to the increased aquatic predation facilitated by increased water
depth. However, increasing the minimum base flow within hydropeaking flow scenarios
had positive effects on the predicted growth of both species [17]. In the present study;,
focusing on the winter season, we demonstrated that these flow effects can be mediated by
temperature at least for the one-summer-old fish.

The modelled species-specific differences in response to flow and temperature was
likely driven by the size differences between species, a pattern reflecting observed life
history variation [17]. In the Gullspdng River, brown trout spawn in the fall earlier than
Atlantic salmon, and their eggs hatch and emerge earlier in the spring. This difference in
hatching date results in brown trout being larger than Atlantic salmon at the alevin, fry and
parr life stages. Key inSTREAM factors, such as drift-feeding performance, predation risk,
metabolic rate and habitat selection depend on the body size in the model [20]. Therefore,
specific differences in these factors may relate to the different intra- (one- vs. two-summer-
old) and interspecies (Atlantic salmon vs. brown trout) effects of flow and temperature
regimes. The contrasting interaction effects of temperature and flow on one-summer-old
Atlantic salmon and brown trout may be partly caused by brown trout outcompeting
Atlantic salmon for the best feeding positions.
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References

The inSTREAM modelling framework has the potential to develop hypothesis-driven
research that may help to answer questions relating to complex ecological processes such
as how sympatric species may respond to interacting factors like climate change and hy-
dropeaking. This study, for example, highlighted the need for developing species-specific
ecophysiological parameters for salmon and trout in the Gullspang River. Although con-
ducting such ecophysiological studies would be a nontrivial task [31], further developed
model capabilities may yield even more detailed and realistic results for these two popula-
tions. The alternative, replicated field studies under varying streamflow and temperature
regimes, would clearly be impractical and require considerable resources. Thus, ecolog-
ical modelling approaches will likely remain a key element of any research efforts that
aim to assess the complex realities of river management, especially under future climate
change scenarios.

5. Conclusions

In the Gullspang River, potential winter conditions with increased water temperatures
and altered flows will likely influence the relative competitive abilities of Atlantic salmon
and brown trout. In a warmer future, juvenile brown trout may dominate the most
favourable feeding positions because of its competitive advantage of being larger at any
given time and being a relatively more aggressive species [32] than the Atlantic salmon.
On the other hand, the thermal preference of brown trout is lower than that of Atlantic
salmon [26], but this physiological difference was not considered in the model we used
due to a lack of standardized tests across species, size, temperature and water velocity [33].
Further modelling studies to investigate the potential non-linear effects and tipping points
(using more than two levels of each treatment) should prove to be useful, together with
species-specific physiological parameters, to assess the combined effects of different climate-
change scenarios. We demonstrated potential trends in growth and survival of sympatric
salmonid populations in hydropeaking rivers [34] caused by a future environment with
warmer and wetter winters in temperate areas, which may influence the relative competitive
abilities of juvenile salmonid species [30,32].
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Abstract: The rapid warming of the Northern hemisphere has especially challenged the evolvability
of anadromous fish species, such as Atlantic salmon (Salmo salar), which must cope with drastically
different environments depending on their life-history stage. We studied the long-term trends in, and
the effects of environmental factors and life-history traits on, Atlantic salmon growth rates in both
freshwater and in the ocean using c. 35,000 scale samples collected across 48 years from spawners
returning to three tributaries of the subarctic River Teno in the northernmost parts of Finland and
Norway (70° N). The freshwater growth has decreased in all three populations and spending more
than three juvenile years in freshwater before the sea migration comes at the expense of growth. On
the other hand, returning mature salmon (one-sea-winter, 1SW) showed increased growth at the
sea with increasing marine temperatures, which results in larger sizes at return in 1SW spawners.
We did not observe such trends in growth rates in larger, two-sea-winter salmon. Here, we report
the contrasting responses in Atlantic salmon growth rates to a warming climate depending on the
life-history stage.

Keywords: climate change; growth rate; marine ecosystems; river ecosystems; scales

Key Contribution: Long-term trends in Atlantic salmon growth rates in both freshwater and marine
environments were studied using scale samples collected across half a century in three sub-arctic
populations. The decrease in freshwater growth was associated with rising temperatures, whereas
sea growth increased during the same period.

1. Introduction

The global climate change is affecting all natural habitats and ecosystems worldwide,
and both observed and predicted effects are the most pronounced at high latitudes: the Arc-
tic has been shown to be warming at least twice as fast as the rest of the globe on average [1].
Climate change can reduce the viability of species and the associated biodiversity loss will
affect ecosystem functions and services [2,3]. Such changes may result in ecological regime
shifts where functions and structures of ecosystems may change and then persist at a new
equilibrium [4-6]. The adaptation capabilities of organisms under the changing climate
are the key to avoid reductions in survival or reproductive rates. Adaptative responses to
climate change may include physiological or behavioural changes, through phenotypic
plasticity, microevolution, or their combination, that reduce the extent of mismatch between
the species” phenotype and the environment [7,8].

Considering that the changing climate strongly affects various environments, anadro-
mous fish is a special group of animal species that must cope with a variety of different
habitats and highly variable environments during their life cycle, across long geographic
distances and a wide salinity gradient from fresh water to full saline sea water, e.g., [9].
Such directed migrations between habitats are typically triggered by seasonal changes in
the environment. The life cycle of anadromous fish typically include reproduction, egg in-
cubation and juvenile rearing in freshwater (streams, rivers, lakes), downstream migration
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through varying salinities of river outlets and brackish water estuaries, ocean migration
in full sea water for effective feeding, growth, and maturation, and return migration back
to freshwater for reproduction through the same environments, e.g., [10-12]. It has re-
cently been suggested that warming climatic conditions across northern latitudes in Iceland
and northern Norway have already strongly influenced the populations of anadromous
salmonid fish species [13].

Atlantic salmon (Salmo salar, L. 1759) is an iconic, well-studied species among mi-
gratory fish that utilize and experience all the different aquatic habitats mentioned above
during its life cycle. Starting from the freshwater phases of the species, changes in river
temperatures are of special concern as they affect the juvenile food base and growth rate,
phenology of life cycle, timing of migrations, reproductive success of spawners, and ulti-
mately survival at various life stages. In their recent review on climate change effects on the
freshwater phase of Atlantic salmon, Gillis et al. [14] concluded that climate change affects
and will continue to affect instream habitats across all seasons and render challenging
conditions, especially through changes in water temperature and discharge, for all Atlantic
salmon life stages in freshwater. Juvenile Atlantic salmon emigrate from freshwater after
having achieved a certain size and physiological stage (referred to as smolts at this life stage)
in one or more years, and subsequently adapt to first estuarine and eventually full sea water
and vastly increase their growth rate in the ocean. The timing of downstream migration
differs among areas and rivers [15-17], but it has been shown that the initiation of the smolt
seaward migration takes place earlier and earlier in association with the increasing river
and ocean temperatures and has occurred 2.5 days earlier per decade since the early 1960s
across the basins of the North Atlantic Ocean and the Baltic Sea [16]. Changes in phenology
of habitat shifts of juvenile salmon may lead to a mismatch with the critical environmental
conditions (temperature, food availability) in freshwater and at sea [15,18].

The fast growth of Atlantic salmon at sea and concurrent decisions to either return to
fresh water for reproduction after one year or stay for one or more additional years in the
ocean to increase more in size is dictating the key life-history patterns [10,19]. Although
a strong effect of genes has been shown to largely control the age at maturity (=years
spent at sea), environmental conditions play a role as well [19,20]. Recent analysis of
long-term time-series data have shown temporal trends in life-history characteristics, both
in years spent in fresh water and seawater, and in iteroparity, i.e., patterns in occurrence of
repeated spawning [21-24]. In addition, the genetic background affecting the life-history
decisions have changed over the decades in some populations in response to environmental
conditions, especially the marine food web [25].

In this study, a 48-year time series data sets from three Atlantic salmon populations
within a large subarctic catchment were used to investigate the long-term patterns in both
freshwater and marine growth rates. Given the recent climate warming of the sub-Arctic
area, we searched for possible environmental changes linked with the growth patterns of
Atlantic salmon, in both freshwater and marine environments, using both abiotic and biotic
environmental variables.

2. Materials and Methods
2.1. Study Area

The River Teno system (Norwegian: Tana, Sami: Deatnu) is located in northern Europe
(68-70° N, 25-27° E). It forms the border between northern Finland and Norway, draining
into the Tanafjord at the Barents Sea (Figure 1). More than 1100 km of different stretches of
the system is accessible to anadromous Atlantic salmon, including the main stem, the large
headwater branches, and numerous smaller tributaries (Figure 1). Genetic studies have
revealed a highly structured population complex consisting of nearly 30 demographically
independent, genetically distinct, and temporally stable population segments in tributaries
and different parts of the main stem [26]. In addition, life-history variation of the Teno
salmon populations is among the widest, if not the widest, within a single river system [23].
Until very recently, the River Teno has been one of the few remaining large river systems
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that still supports various forms of recreational and net fisheries in the river that has yielded
annual freshwater catches between 80 and 250 t, or 20,000-60,000 individual adult Atlantic
salmon [23,27]. However, in recent years, the population status has strongly declined [28].
Typically, the majority (50-60%) of the salmon catch has been taken in recreational rod
fishery, the next most important gear being weir and stationary gill nets, and the smallest
proportion being taken with drift nets [23]. The net fisheries are practiced by locals, mostly
native Sami, and are based on special fishing rights connected to land use, ownership, or
inherited rights. In addition to the extensive fishery in the main stem, salmon fishing is
also operational in most of the tributaries. In most tributaries, little or no net fishing is
operated or allowed, although in some larger tributaries, net fishing forms a significant
share of the catch, like in the rivers studied in the present study, the Pulmankijoki, Utsjoki,
and Inarijoki (Figure 1). This study is focusing on these three tributaries where long-term
scale sample collections are available, which are genetically distinct [26], and represent the
lower, mid, and upper parts of the catchment (Figure 1).
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Figure 1. The River Teno catchment in northern Finland and Norway. The studied Atlantic salmon
populations were from the tributaries Pulmankijoki, Utsjoki, and Inarijoki.

Salmon stocks of the River Teno system are managed and fisheries regulated by
bilateral agreements between Finland and Norway, with the aim of conserving the wild
stocks but also supporting sustainable fisheries. The border river stretches (Teno main stem,
Inarijoki; Figure 1) are managed bilaterally, but tributary regulations are under national
legislation in both countries. Stocking of reared fish or eggs is strictly forbidden in the
entire river system.

2.2. Scale Sampling and Analyses

Scale samples were collected from 35,065 Atlantic salmon harvested over a 48-year
period (1972-2020) in the Teno river system by recreational tourist anglers and local fishers
using various net and rod fishing methods cf. [23]. The samples were collected by a
network of trained fisherman, equipped with standard measuring boards and scales,
and was established by the Finnish Game and Fisheries Research Institute (currently:
Natural Resources Institute Finland (LUKE)) in the 1970s, and later complemented on
the Norwegian side by the County Government of Finnmark and the Tana River Fish
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Management. The network has been maintained and developed with the aim of covering
all fishing methods, the entire fishing season, and different parts of the Teno river system
cf. [23,27]. Based on our previous studies, the sampling from June to August virtually
covers the entire run timing of these salmon populations [29,30]. The fishermen measured
the length and mass of the fish in their retained catches, and recorded the sex of the fish,
date of capture, and location and fishing gear used. Scales were dried and archived in
paper envelopes at room temperature at the Teno River Fisheries Research station of LUKE
in Utsjoki, Finland.

The river and sea age (1SW: one-sea-winter salmon; 25SW: two-sea-winter salmon, etc.)
and possible previous spawning history were determined via assessment of scale patterns
by trained experts following the internationally agreed guidelines for Atlantic salmon scale
reading [31].

We focused on three main populations with the most coherent time series of scales
and catch statistics cf. [23,26]. In general, the Teno salmon show large variability in life-
history strategies, but here, we focused on the most abundant ones in these tributary
populations, i.e., fish that have gone through smolting at the age of three, four, or five
years, and stayed at sea on their feeding migration for one or two years before return to
their natal rivers (hereafter 1SW, n = 16,032; and 2SW, n = 1912), resulting in six different
life-history combinations.

For the growth analyses, a smaller subset of samples (n = 17,944) was analysed. The
growth of the freshwater stage was defined as the total length (mm) from the nucleus
to the edge of the first sea-summer growth zone (Figure 2). Respectively, the increments
during sea migration were measured from the edge of the first sea-summer growth zone to
the edge of the first or second sea-winter growth zone (Figure 2). For the marine phase,
each alternate increments of fast- and slow-growing zones of the scales were measured
(in mm). The total radius of scales correlated with the total length of the fish (Pearson’s
r=0.60, t =32.958, d.f. = 1893, p < 0.001). As the back-calculation of juvenile lengths
from adult scales may result in life-history specific under- or over-estimations [32], and
Jonsson et al. [33] showed that the potential mismatch between back-calculated juvenile
length and actual length can be within £2 cm, we therefore abandoned such calculations.

Figure 2. A sample scale from a 2SW Atlantic salmon showing growth zones in four freshwater years
and two years at sea (summer and winter zones separately).
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2.3. Environmental Data and Curation

The longest available temperature time series for the Utsjoki region was collected at
Kevo Meteorological Station (69.75° N, 27.00° E, Finnish Meteorological Institute). The data
consist of monthly mean air temperatures from the beginning of the 1960s, which we used
as a proxy for a climatic impact on fish growth at the freshwater stage. The temperature
data indicate how the annual 10-year rolling mean temperature has risen in the area, e.g.,
from —1.95 °C in 1975 to —0.26 °C in 2022.

To assess the effects of a changing climate on salmon growth at the sea stage, we
used sea temperature data that are available via the ICES Data Portal [34]. We used sea
temperature data collected in the Barents Sea area that is likely included in the feeding area
for 1ISW and 25W Teno salmon. According to the report on ocean climate [34], the Barents
Sea mean temperature has remained above the long-term average since the early 2000s,
and in 2020, the mean temperatures of surface, deeper, and bottom waters were warmer
than the 1981-2010 average by 1.4, 0.5, and 0.7 °C, respectively. There are two available
water temperature data sets from the Barents Sea: one from the Eastern Kola Section
from the surface layer (0-200 m depth; 71.5° N, 33.5° E; collected by Polar Institute of
Marine Research, Russia [34]). Via the Pinro website (http://www.pinro.vniro.ru, accessed
on 4 March 2022), the monthly mean temperature data are available from 1951 to 2017,
which were used for the model where monthly mean temperatures were used as covariates
(Supplementary Table S3). Another temperature data set was collected from the Western
Barents Sea/Atlantic Inflow at the Fugleya—Bear Island Section from a depth of 50-200 m
(73° N, 20° E; collected by Institute of Marine Research, Norway [34]).

We also tested the association between sea growth of 1SW and 25W salmon with the
capelin (Mallotus villosus, Cuvier, 1829) stock variation. The high capelin biomass has been
previously linked with a higher probability for late maturation in Atlantic salmon [25]. We
used the acoustic trawl survey-based Barents Sea capelin stock assessment data that are
available via the ICES Data Portal [35] and used both log-transformed total and immature
capelin biomass and rolling average of two consecutive years when fitting the growth
models for 1SW and 2SW fish.

2.4. Statistical Analysis

For data wrangling and to visualize the time series of fish growth, we used the
Tidyverse-package family. To analyse the freshwater growth, we especially wanted to
investigate whether a certain age at the river has a substantial effect on the total growth. We
used linear mixed-effects models (LMM hereafter; Ime4-package), where we first fitted birth
year, smolt year, and the growth increment year as random factors. We preferred to apply
the mixed effects models for growth analyses, which allows us to replace the fixed year
effects with the random year effects, thus avoiding the year effects being auto-correlated
with environmental effects [36]. For the fixed effects, we followed a model selection
procedure, where we compared the goodness of fit of various fixed effect structures based
on AIC and deviance (Supplementary Table S1). Based on the selection procedure, we ran
the final model to obtain the estimates and their 95% confidence intervals and statistical
probabilities. The sea growth analyses were otherwise similar, but only birth year and smolt
year were used as random factors. Then, we followed a similar procedure for fixed effects
(Supplementary Table S1). Sexes were merged in the analyses, as they did not indicate
divergent trends in growth patterns, except in Inarijoki 2SW salmon. All the analyses were
performed in the RStudio environment using R version 4.2.1.

3. Results
3.1. Freshwater Growth

Salmon parr growth in freshwater has decreased within the past c. 50 years, and the
size difference among three-, four-, and five-year-old smolts seems to have disappeared
(Figure 3). The best fitting LMM indicated the importance of air temperature in mid-summer
and autumn impacts on juvenile salmon growth (Figure 4). Warmer air temperatures,

92



Fishes 2023, 8, 441

especially the higher mean temperatures in July or September, seemed to indicate slower
growth for juvenile salmon (Figure 4). The age of fish and the annual increase in size
were strongly associated showing that the first freshwater growing season has the highest
impact on the total growth during the juvenile years in the river (Figure 4). The fixed effect
estimates from LMM indicate that the back-calculated size of fish at the smolt stage differed
significantly between populations, and the smolt size was smaller in 25SW compared to
1SW salmon (Figure 4).

Figure 3. Total freshwater scale growth (mm) of 1SW (n = 16,032), and 25W (n = 1912) salmon,
including smolt age groups of 3, 4, or 5 from three different populations. The trend lines represent
the linear regression with 95% confident intervals.

Figure 4. The fixed effect estimates of LMM of the total growth in freshwater, FWG, based on scale
measures. The estimates are in relation to the 0 point of the x-axis that represents the intercept
(Inarijoki pop., 1SW, 3 y-o-smolt). Mean T refers to monthly mean air temperatures. Asterisks indicate
the statistical significance at the level of « < 0.05 (“*”) or & < 0.001 (“***”), Negative estimate values

are shown in red, positive in blue.
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3.2. Marine Growth

When looking at the sea growth (SG) of the 1SW fish, the faster the smolt has been
growing in the freshwater (i.e., smolt age 3), the larger the positive effect on sea growth
the freshwater growth (FWG) had (Figure 5). The old smolting age on the other hand
showed a negative impact on the sea growth (Figure 5 and Supplementary Table S2).
The SG of 1SW salmon was significantly different between the three populations with
the Inarijoki population showing the highest growth rate (Figure 5). The annual mean
sea water temperature in the Barents Sea showed a positive association with fish growth
(Figure 5). The models including the total or immature capelin biomass did not increase
the goodness of fit of the model (Supplementary Table S1). When looking at the monthly
mean temperatures separately, it seems that the mean temperature in September especially
had a positive association with sea growth in 1SW fish (Supplementary Table S3).

Figure 5. The fixed effect estimates of LMM of the sea growth of 1SW salmon based on scale measures.
The estimates are in relation to the 0 point of the X-axis that represents the intercept (Inarijoki pop.,
3 y-o-smolt). Asterisks indicate the statistical significance at the level of & < 0.001 (“***”), Negative
estimate values are shown in red, positive in blue.

Similarly, with 1SW fish, the capelin stock status nor the sea water temperature were
strongly associated with SG of 25W salmon (Supplementary Table S4). Congruently with
the SG of 1SW salmon, the smolt size showed a positive association with the marine
growth of 25W salmon, and Utsjoki and Pulmanki fish were growing slower than Inarijoki
salmon (Supplementary Table S4). Smolt age and FWG showed an interesting antagonistic
interaction, where the older and the larger the smolts were, the slower the growth at the
sea was (Supplementary Table S4).

There was an increasing trend in the total length (cm) and mass (kg) of the returning
spawners since the 1970s in both 1SW and 25W in all three populations except Inari 25W,
where size development was slightly negative (Figure 6). The total length of the returning
spawners indicates concurrently that the later the fish smolt, the smaller they are at return
to the tributaries, and the differences among smolt ages are potentially increasing in the
Inari and Utsjoki populations (Figure 7).
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Figure 6. Total length (upper panel) and mass (lower panel) of male and female 1SW and 2SW salmon
(cm) at capture from three different populations (n = 35,065). The trend lines represent the linear
regression with 95% confident intervals.

Figure 7. Total length of 1SW and 25W salmon (cm) at capture from three different populations
representing smolt ages of 3, 4, or 5 (n = 35,065). The trend lines represent the linear regression with
95% confident intervals.

4. Discussion

The long-term trends in Atlantic salmon growth, based on more than 35,000 catch
samples and near 18,000 scales with detailed growth measurements, collected over the
past 48 years, clearly indicate the life-history stage and temperature-dependent changes
in growth rates. The freshwater growth has markedly decreased, whereas the sea growth
of 1SW has undoubtedly increased resulting in larger sized 1SW spawners. The growth
reduction was more pronounced in smolt ages four and five than in age three smolts,
indicating that spending more years in the river comes with a growth cost, possibly

95



Fishes 2023, 8, 441

due to the impact of rising temperatures. The diverged growth patterns in different
life-history stages likely reflect biotic and abiotic responses to increasing temperature that
differ substantially between riverine and marine ecosystems.

The Increasing water temperatures during the active feeding and growing season of
juvenile Atlantic salmon between mid-summer and early autumn, e.g., [37], may affect
their metabolism and restrict growth at the freshwater stage. Although the temperatures in
the River Teno area may not yet reach critical levels for juvenile Atlantic salmon, cf. [38],
the rapid change in sub-arctic environments may cause more and more frequent surpassing
of the optimal range of water temperatures for juvenile salmon growth (14-20 °C) [39], and
induce varying ecological responses (see, e.g., [14,40] for reviews).

As the riverine environments may react rapidly to the temperature changes, especially
in the areas of shallow and slow-running flow, the parr must either adapt to higher tem-
peratures or escape to the refugia that buffer against the rising water temperatures even
during the peak temperatures or longer waves, e.g., [14]. In such areas, food may come a
limiting resource for growth via density-dependent intra-specific competition, and it has
been observed that salmon parr may cease feeding altogether in cool water refugia [41],
which potentially impede juvenile growth especially during summer peak temperatures, as
was the case in July in our study. On the other hand, decreased feeding activity in juvenile
salmon in autumn [37] may result in decreased growth (Figure 4), potentially driven by
increased temperatures in September and increased basic metabolism of fish [42].

Our time series data indicate that multiple years spent in freshwater in recent years
will come with a cost in the form of reduced growth compared to the situation a few
decades ago. Moreover, multi-river-year smolts also grow slower in the sea and may return
for spawning at a smaller size than younger, three-year-old smolts, e.g., [43]. Nevertheless,
this seems to be rather population specific (c.f. Pulmanki, Figure 7). The fast growth in
freshwater and early smolting seem to result in fast growth at the sea, supporting the
life-history theory [44] linking fast growth with early maturation (1SW). Alternatively, if
older smolts emigrate earlier, and younger smolts later in the migration window [15], there
is a potential for environmental mismatch at the sea leading to growth reduction during
the first year at the sea. This might cause a smaller maturation size as well. As the first year
at the river shows the largest effect on total growth at the river stage, it is plausible that the
unfavourable temperature conditions in the first year might have cumulative effects on the
later development of juvenile fish, restricting growth in later years. This can potentially
have vast cascading effects on intra-specific resource competition for habitat use and food.
Competition within conspecifics may increase if formerly different-sized age-classes have
utilised divergent niches, but reduced growth in old parr may drive them to compete for
resources with the younger parr.

A large body of research suggests a reduction in the productivity of several marine
ecosystems, including those in the Northern Hemisphere, resulting in changes in commu-
nity composition and population abundances across all trophic levels [45-47]. In contrast
to freshwater, the ocean environment might be less sensitive for peak air temperatures and
react more slowly to the warming climate. However, the water temperature in the Barents
Sea has increased in recent decades, e.g., [34,48], and such a change might have induced
the observed increase in growth of 1SW fish. In contrast, the growth of 25W fish did not
covary with sea temperature, and no significant long-term trend in growth was detected
within our time series. It is possible that 2SW fish have less growth potential with increased
temperature since higher temperatures will increase the metabolism of larger fish more
than in smaller fish, and thereby 2SW fish must allocate their energy differently compared
to 1SW fish. Recent changes in the North Atlantic environment have already been shown to
negatively affect growth [47] and alter genetic architecture [25] especially in larger salmon
(2SW and multi-sea-winter, MSW). Tréhin et al. [49] showed that after the decline in growth
during the first year at sea, growth remained stable during the later periods at sea among
returning salmon, which suggests a similar lack of growth response in 2SW salmon as in
our results.
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Although a decline in size (total length and/or mass) of Atlantic salmon (mostly 1SW)
at return to freshwater has recently been reported across several areas and rivers in the
northeast Atlantic area [49-51], all three salmon populations in this study showed a long-
term increase in body length for both 1SW and 2SW (with one exception) fish. Changes
in marine environmental conditions, typically resulting in changes in the growth and size
of salmon, appear to affect in different directions in different areas. The increase in sea
water temperature in the Barents and Norwegian seas [47,48] and other possible changes in
the marine environment appear to improve, at least for the time being, the marine growth
of salmon in the northern populations. A slight increasing trend in growth for northern
Norwegian salmon populations has been documented, whereas a decline was detected
in salmon populations further south in Norway [47]. A recent study indicates, however,
that the Arctic oceanic environment may change and become warmer even faster than
earlier predicted, and such a scenario may further affect the growth of Atlantic salmon in
an unknown direction [52].

Other interesting differences in Atlantic salmon growth patterns between different
parts of the North Atlantic Ocean emerged when comparing our results to growth analyses
carried out elsewhere. Both Vollset et al. and Tréhin et al. [47,49] showed recent, abrupt
reductions in Atlantic salmon growth during the first year at sea in fish from a French and
several southern Norwegian populations, respectively. In addition, a general decrease in
marine growth rate in a Scottish salmon population has recently been documented [51].
Such rapid changes in growth indicate a large-scale shift in conditions for Atlantic salmon: a
marked decrease in the extent of Arctic water in the Norwegian Sea, a subsequent warming
of spring water temperature before Atlantic salmon entering the sea, and an approximately
50% reduction in zooplankton across large geographic areas of the northeast Atlantic
Ocean [47]. They further concluded that these phenomena suggest an ecosystem-scale
regime shift in the northeast Atlantic Ocean.

In addition, during the recent years, the proportion of early maturing 1ISW salmon
decreased in the Norwegian populations [47] (see also [21]). Similarly, Jonsson et al. [50]
reported a decline in the proportion of 1ISW salmon since the 1980s in a small Norwegian
salmon population. Tréhin et al. [49] concluded that changes in age at maturity in a French
salmon population support the hypothesis of a sex-specific probabilistic reaction norm:
the individual probability to return after one year at sea is increasing with changes in
marine growth rate. However, the proportion of both 2SW salmon and previous spawners
in both the Utsjoki and Inarijoki populations have increased since the 1970s, whereas the
proportion of 1SW fish has slightly decreased and showed more variable patterns in recent
years compared to the past [23]. The observed patterns in growth and sea age composition
in the tributary populations of the River Teno suggest more complex linkages between the
variables, and alternative factors should be explored as candidate drivers of these dynamics.

If temperature acts as a growth-limiting factor, the growth of post-smolt fish may
show a positive correlation with Sea Surface Temperature (SST). Previous studies have
established a link between post-smolt growth and the increasing SST [53], which appears
to be population specific [54]. The evidence from northeast Atlantic populations shows
a negative correlation between sea growth and SST [47,54]. However, in parallel to our
findings, northwest populations indicate a positive association between post-smolt growth
and sea temperatures in sub-arctic and arctic marine environments [53,54]. This growth
pattern can arise from either a physiological response to an optimal temperature or from
the influence of certain ecosystem factors on growth. While previous evidence has es-
tablished a direct link between growth and post-smolt survival [55], there are conflicting
findings that suggest post-smolt growth might not always be the primary determinant of
post-smolt survival [54,56]. Warming conditions during certain stages of the salmon life
cycle have been associated with reduced adult recruitment. However, warming during
other stages has been observed to promote salmon growth and is assumed to amplify the
reproductive output of spawning fish [53]. The situation in which elevated SST leads to
enhanced post-smolt growth but triggers a decline in spawner recruitment demands further
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investigation, particularly regarding the potential latent effects of environmental factors,
and genotype—environment interactions. Furthermore, a comprehensive understanding of
the sea migration routes of sub-arctic salmon populations is essential for understanding
climate effects on their dynamics.

Forage fishes defined here as small- or intermediate-sized marine pelagic species that
are important or the primary food source for predators, play important roles in marine
ecosystems by providing energy transfer between trophic levels [57]. In the Barents Sea
and other northeast parts of the Atlantic Ocean, one of the key species is capelin, which
has suffered from several population collapses over the past decades largely because of
overfishing [58]. Moreover, the drastic variation in capelin population in the Barents Sea has
been associated with the changes in life-history composition of the River Teno salmon and
the genetic architecture behind it [25]. Changes in the food base were also associated with a
reduction in marine growth of salmon in southern Norwegian populations, accompanied by
a simultaneous decrease in the growth of Atlantic mackerel (Scomber scombrus, L. 1758) in the
corresponding sea areas [47]. In our study, however, no link between capelin abundance in
the Barents Sea and marine growth patterns of salmon was found. It should be remembered
that the salmon sampled are the survivors who made their return to the natal rivers, and
the growth patterns and other biological characteristics of these fish may not entirely reflect
those that did not survive and may have suffered from changes in the environment, such as
collapses of capelin stock in this case. Czorlich et al. [25] showed that the capelin collapses
especially affected the large MSW salmon, and it can be speculated that the smaller 1-
25W salmon analysed in the present study may have successfully utilize other prey items,
e.g., [59], and their growth rates benefited from the increasing sea water temperatures
despite the periods of low capelin stock. In the sea, growing salmon shift from foraging on
invertebrates to a piscivorous diet [60]. Therefore, the effect of temperature on growth may
be complicated by the availability of suitable prey, which ultimately determines growth
opportunities [24].

This study investigated growth patterns of Atlantic salmon from three genetically
distinct populations [26], although they represent tributaries of the same large catchment.
Temporal patterns in both freshwater and marine growth were largely consistent between
populations, although there were differences in absolute levels. The largest 1ISW and 2SW
salmon were those of the Inarijoki population whereas the 1SW fish were similar in size
in Utsjoki and Pulmanki, and 2SW salmon were slightly larger in the Utsjoki population.
Differences in marine growth are difficult to interpret since little or nothing is known
about certain aspects, e.g., the exact marine feeding areas of the salmon in these tributary
populations. There are likely genetic components and local adaptations dictating marine
feeding migration and growth, and a genetic component in the ontogenetic diet during the
ocean feeding phase in Atlantic salmon [61]. Moreover, Jonsson et al. [20] showed that 1ISW
salmon tend to be larger in size in rivers with higher proportions of MSW salmon in the
population, a pattern consistent with the size differences documented in the present study.

5. Conclusions

In conclusion, the rapidly progressing global change, especially in the northern areas,
is affecting the anadromous fish which utilize both freshwater and ocean waters during
their life cycle. Our results indicate contrasting responses in Atlantic salmon growth rates
to warming climate: freshwater growth decreased whereas marine growth has largely
increased. The predicted continuing and accelerating increase in water temperature and
other changes in the aquatic ecosystems in the north call for carefully designed, long-term
monitoring of migratory fish populations at various phases of their life cycle. There is
strong evidence pointing towards the Arctic ecosystems warming more rapidly than those
further south [62], which is posing particular needs for careful monitoring of changes
in environmental conditions and anadromous fish populations in the northern areas,
cf. [13,63].
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Supplementary Materials: The following supporting information can be downloaded at:
https:/ /www.mdpi.com/article/10.3390/ fishes8090441/s1, Table S1. Model selection procedure
for FGW and SG models presenting AIC, LogLikelihood and Deviance values. The selected models
are presented in bold. FWG = Freshwater growth, RG = River growth, SG = Sea growth, SST = Sea
surface temperature. Rainfall and air temperatures were standardized N (0, 1). Log-transformation
was used for capelin biomass (BM) and rolling averages over two years of capelin biomass (BM2y)
and immature capelin biomass (Imm2y). The final models are in bold. Table S2. Summary of Linear
mixed-effects models for Freshwater growth of 1ISW and 2SW fish, and sea growth of 1SW fish.
Table S3. Summary for LMM of 1SW fish sea growth with monthly means as covariates. SST refers
sea surface temperature (°C). Table S4. Summary of Linear mixed-effects model for sea growth of
25W fish.
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Abstract: Thermal refuges are becoming increasingly influential for dictating the population status and
spatial distribution of cold-water stenotherm salmonids in the mid- to southern extent of their range. The
global climate is predicted to continue to warm, and therefore, the overall thermal suitability of freshwater
habitats for stream salmonids is predicted to decline in concert. However, stream and river thermal
heterogeneity will offer considerable resiliency for these populations. Thermal refuges are formed
by many physical processes; common natural refuges include cold tributary plumes, groundwater
springs, alcoves, and hyporheic upwellings. However, many anthropogenically formed refuges (such
as stratified reservoirs or cold-water tailrace outflows) also exist in hydropower-regulated rivers. The
significance of these refuges to stream salmonids depends on their size and temperature differential,
but also other habitat characteristics such as their depth, flow velocity, Froude number, and many biotic
factors within the refuges. Modern technologies such as drone-mounted thermal infrared cameras and
other remote sensing techniques allow for the efficient identification of such refuges, and inexpensive
options include the identification of refuges during ice cover using orthophotographs. Behavioural
thermoregulation, i.e., salmonids aggregating in cold-water refuges, can be either facultative or obligate
and the timing of these events is governed by life stage, species, and population-specific physiologically
regulated cumulative thresholds that are inherently related to the recent thermal history, or hysteresis,
of each individual. Salmonids appear to have an excellent spatial cognition for locating and relocating
cold-water refuges, and their spatial distribution is largely affected by the availability of the cold-water
refuges during the warm-water period in many thermally stressed rivers. Gregarious behaviour is the
norm for salmonid fishes within the thermal refuges; however, the size/microhabitat hierarchy appears
to dictate the within-refuge distribution at the micro-scale. There continues to be a great impetus for
protecting—and in carefully determined cases creating—cold-water refuges in the future. A thorough
understanding of what a “goldilocks” refuge is for various salmonids and their different life stages
will be imperative as cold-water restoration is gaining popularity. Finally, disentangling the roles of
the climate-induced and landscape activity-induced warming potential of fluvial freshwater will be
important to ensure continued environmentally responsible landscape activities in future waterscapes.

Keywords: climate change; salmonids; thermal refuge; behavioural thermoregulation; remote sensing

Key Contribution: This paper synthesizes over two decades of work in Atlantic Canada regarding
cold-water refuge use by stream salmonids with comparisons to similar research on stream salmonids
elsewhere. The article introduces the concept of facultative and obligate behavioural thermoregu-
lation, and therefore, expands the previous concept by allowing for a better understanding of the
reasons and timing of the cold-water refuge-seeking behaviour.
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1. Introduction

Climate change has become the environmental phenomenon epitomizing the early 21st
century and it has directed much of the research questions and hypotheses examined by
contemporary environmental scientists. Climate change is, and likely more so in the future,
causing a variety of changes in climate patterns, the frequency of extreme observations,
and the severity of climate-correlated events [1]. Thousands of research articles, especially
those since the 1990s, have been written about how predicted changes in the future climate
will affect aquatic resources, including cold-water stenothermic fishes and particularly
stream salmonids (e.g., Salmo, Oncorhynchus, Salvelinus spp.; e.g., the current special is-
sue [2], and reviews such as [3] for Salmo spp. [4] for winter perspectives [5]). Generally
speaking, warming air temperature is predicted to lead into concomitant increases in water
temperature in both freshwater [6,7] and in oceanic systems [8]. It is the warming of water
that is predicted to have the largest cascading effects on the ecology of stream salmonids
in summer [3,9]. In winter, at least in seasonal climates, the water temperature may still
generally remain at or close to 0 °C, but the duration of this relatively stable period may
become shorter with potential consequences for winter-adapted salmonids [10,11]. Climate
change is also predicted to cause changes in other weather parameters, such as changes
in precipitation patterns with concomitant effects on stream discharge and the frequency
and severity of ice break-up [1,12]. Many environmental parameters affecting freshwater
resources act in concert in response to climate change, and some of these effects may
be cumulative (e.g., less summer precipitation — lower discharge — higher cumulative
effect on water temperature) [13], whereas some may be antagonistic (e.g., higher water
temperature — lower ice thickness — less severe ice break-ups) [4].

One of the main concerns regarding climate warming is its potential effect on cold-
water stenothermic fishes, such as the Salmonidae—a socio-economically important family
of anadromous, potamodromous, and resident fishes in many jurisdictions [3]. With
warming water, a declining overall habitat suitability for a number of salmonids has been
documented [5,14-17]. However, it has been long recognized that despite the general
trend of warming freshwater temperatures, rivers and streams possess an inherent thermal
habitat heterogeneity wherein the generally uniform temperature of a given river reach may
be “punctuated” with cold-water inputs of various types [18-22] and that these cold-water
anomalies have the potential to act as refuges for salmonids during otherwise adverse
temperature conditions in summer [13,23-25]. With a warming climate, the ecological
significance of these refuges has increased for many salmonid populations in the southern-
to-middle extent of their ranges, and related research has similarly increased in the last
two decades for both the physical and biological aspects governing thermal refuges and
their utility for salmonids [26,27].

In this article, our aim was not to conduct a quantitative meta-analysis or a systematic
review of cold-water habitat use or the thermal capabilities of stream salmonids. Other
recent reviews in related topics exist, for example, the work by [2,26-28]. Rather, we syn-
thesized some of the insights the authors observed and concluded in the rivers of Atlantic
Canada over the last two decades while conducting research into cold-water refuges and
stream salmonid behavioural thermoregulation (see definition below). Further, we related
this synthesis to the research of others for corollaries, parallels, or at times contrasting or
supplementary perspectives. Our work mostly focused on Atlantic salmon Salmo salar L.,
1758, and the examples that follow are primarily focused on this species, although the
discussed concepts may be applicable more widely to other stream salmonids. We further
narrowed down the focus by only considering thermal refuges from the perspective of
the behaviour related to cold-water stenothermic salmonids in response to warm-water
conditions, i.e., summer, while recognizing that the thermal heterogeneity, and often the
very same thermal anomalies, may play a crucial, yet drastically different role in the winter
biology of salmonids [4,29,30].

We start with a short description of the physical aspects of typical thermal refuges in
Atlantic Canada and their detection and mapping using contemporary tools at different scales.
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We then review the concept of behavioural thermoregulation for common stream salmonids
and synthesize the movement ecology and behavioural aspects related to using cold-water
refuges by salmonids. We conclude by providing insights related to the management of
cold-water refuges with respect to the conservation of salmonid populations and offer some
future directions for research and the conservation/restoration of cold-water refuges.

2. Thermal Refuges—Physical Environment

As implied by the name, thermal refuges are defined as cold-water patches across the
riverscape that provide thermal relief for cold-water fishes during extreme heat events [18,31].
Such refuges may exist naturally, or may be a product of anthropogenic alterations, for
example in (hydropower) regulated rivers [22].

In natural rivers, the predominant thermal refuge type described in the literature
(but not the most abundant category by number [32]) is the tributary-derived thermal
refuge [13,24,33]. These refuges occur at the confluence of a cold-water tributary and
the warmer main river (Figure 1a,b). The temperature differential between the cold-
water tributaries and the main river can be caused by multiple factors [7], but commonly
includes elevational differences, groundwater influx, or sufficient shading from the riparian
vegetation. The exact size of the cold-water plume, and thus, the thermal refuge is dictated
by the amount of cold-water inflow relative to the main river discharge, the temperature
differential between the two mixing waterbodies, and a complex set of hydrodynamic
physical properties [21,34]. Generally speaking, however, the tributary-derived cold-water
plumes are often the most commonly used and sizeable thermal refuges for salmonids
and may exceed hundreds of square metres (Figure 1b). These refuges, in fact, may have
the potential to even qualify as refugia (as opposed to just refuges; as per the terminology
defined in [26]), i.e., a thermal refuge so significant that it may act as a last ‘stronghold’
wherein a salmonid population in a cold tributary can persist generation after generation
while the remainder of a river may become uninhabitable for the species.

RGB aerial image TIR aerial image

Tributary

90 Meters

30 Meters

Figure 1. Cont.
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Figure 1. Illustrations of four thermal refuge classes, where the red-green-blue (RGB) aerial image is
paired with a corresponding thermal infrared (TIR) image. A tributary confluence thermal refuge is
shown in (a,b), where the influence of the tributary is > 200 m in the main river. Panels (c,d) display a
groundwater spring refuge, where the influence of the spring has a markedly small footprint. An
alcove thermal refuge is presented in (e,f). These areas can be groundwater dominant and have low
dissolved oxygen values and can also be disconnected from the main river during low flow. The
last thermal refuge class is the hyporheic discharge refuge (gh). These present as very fine-scale
discharges and are likely to be the least energetically favorable thermal refuges for salmonids due
to the hydrological processes that govern their presence [35]. The example images are from the
Miramichi River, NB, Canada.

There are several other important thermal refuge types that have been observed to
hold salmonids during thermally stressful conditions. These include (1) groundwater
springs (Figure 1c,d [25]); (2) groundwater alcoves (Figure 1e,f [34,36]), and (3) hyporheic
discharge points (Figure 1g,h [37]), as well as other types of cold-water patches and/or
thermal refuges as described by [19,21,26,32].

Groundwater springs can be excellent thermal refuges for salmonids [25]; however,
these refuge types represent fine-scale (small) cold-water patches. Although high densities
of fishes can be observed in springs, they generally have a limited capacity to hold large
quantities of salmonids due to their limited area and depth [18,19,37] (Figure 1d).

Other thermal refuges can also hold salmonids during thermally stressful conditions;
however, these refuge types can be limited by other physical characteristics. For instance,
alcove thermal refuges (Figure le,f) may have favorable low velocities and macrophytes
that offer protection from predation. However, a low dissolved oxygen content can limit
their usefulness [34,38]. Further, these refuges can become disconnected from the main
river during low discharge (Figure 1f)—a critical criterion differentiating a cold-water
patch from a thermal refuge. The least efficient thermal refuge type, and most under-
reported in the literature, is a hyporheic discharge thermal refuge (Figure 1gh). This
is, perhaps, unsurprising as hyporheic discharge points are associated with changes in
hydraulic gradients [39] and typically occur along gravel bars and at the downstream end
of a riffle [35]. These areas are likely to be shallow (Figure 1h) if they present along a gravel
bar or will be associated with downwelling currents from the riffle, which can induce
higher velocities that would increase swimming costs [40].
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In addition to thermal refuges in natural rivers, anthropogenically created thermal
refuges may be found in (hydropower) regulated rivers. First, hydropower dams generate
impoundments such as reservoirs or “headponds” that—depending on their size, depth,
and flow regulation regime of the affiliated dam—may essentially act as lentic rather than
lotic waterbodies and can thermally stratify due to their relatively slow flows and large
depths (relative to the same body of water in an unimpounded condition). In rivers that
frequently exceed the thermal tolerances of stream salmonids, the thermal stratification in
impoundments can act as a thermal refuge, e.g., a 45 m deep, 37 km long reservoir in the
Wolastoq | Saint John River in NB, Canada [41]. In regulated river systems, thermal refuges
(or alternatively ‘cold-water pollution’, sensu [42]) may also be created downstream of
impoundments via the release of cold hypolimnetic water from deep intakes into the tailrace
or other adjacent areas [43]. In the Wolastoq | Saint John River system, for example, cold
hypolimnetic water is mixed with groundwater that is further pumped into a biodiversity
facility associated with the Mactaquac Dam. The outflow of this facility serves as an
important thermal refuge for adult Atlantic salmon [44]. Finally, thermal refuges may be
created in regulated systems where inter-system water transfers are used to route the flows
between tributaries of different sizes in an effort to funnel flows to central hydropower
generation units. Such inter-system transfers are common in Norway, for example [11,45]. It
is important to note that while anthropogenically created thermal refuges may offer survival
benefits to salmonids in regulated rivers with regard to protection from excessive water
temperature, the repercussions of manipulated river temperatures may be far reaching, and
a system-level assessment of the effects should be undertaken in cases where anthropogenic
thermal manipulations occur [42].

3. Detection and Mapping of Thermal Refuges

The methods for detecting and mapping thermal refuges vary at spatial and temporal
scales (Figure 2). The most common method for detecting and further understanding the
function and utility of thermal refuges has been via the deployment of thermographs, or
temperature loggers [23,36,46] (Figure 2a). These data loggers are relatively inexpensive
and provide researchers with insights into how a thermal refuge’s temperature regime
varies through time using high temporal resolution. Temperature loggers have been de-
ployed across broad spatial scales to better understand how different spatial locations
across entire catchments may, or may not, provide thermal refuge for salmonids [27,47,48].
Typically, the data from a large network of temperature loggers is assembled and various
modelling tools are then used to provide meaningful inference about the spatial patterns
of the water temperature [49,50]. Spatial statistical network (SSN) models have proven
useful in many cases because of the spatial autocorrelation of the water temperature data
in dendritic networks of streams and rivers [50,51]. However, catchments with complex
geologies may severely affect the simple predictable continuum of spatial autocorrelation
patterns, and the current generation of SSN models (where spatial autocorrelation is as-
sumed to be positive) may fail to perform well in such complex hydro-topo-geological
settings [52]. In such hydro-geological complex situations, the water temperature logger
data are better inferred using other modelling tools, such as machine learning Random For-
est algorithms [52]. Temperature loggers are also naturally used at finer spatial scales—e.g.,
a tributary confluence—to capture the spatio-temporal variability of thermal refuges [53,54].
The trade-off with data loggers, however, is that they only represent a single point across a
thermally heterogenous riverscape [5].
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Figure 2. A schematic depicting both the temporal and spatial scale that different temperature sensors
can capture. Different spatio-temporal resolution combinations of water temperature are achieved
by using temperature loggers (a), satellites (b) and manned- (c¢) and unmanned (d) airborne thermal
infrared imagers. The use of these sensors is discussed in depth in the main text.

In recent decades, remote sensing has become a critical tool in the river
ecologist’s/hydrologist’s toolbox. Satellites, such a Landsat 8 with two thermal bands, can
provide spatially continuous data across broad swaths of rivers [55]. However, this comes
at the cost of temporal resolution as the revisit rate for Landsat 8 is ~16 days [56] (Figure 2b).
The major limitation of using thermal satellite images is their resolution. For instance, the
Landsat 8 thermal bands have a 100 m ground sampling distance (GSD). While useful
for large rivers, these data are not adequate for mapping the fine-scale heterogeneity that
characterizes thermal refuges, especially in smaller streams that are often obscured by ri-
parian vegetation. In a seminal paper, Torgersen et al. [31] illustrated how airborne thermal
infrared imagers (or TIR) could be used to map entire riverscapes at a sub-metre resolution
to identify thermal refuges (Figure 2c). Even though Torgersen et al. [31] were not the first to
use TIR for mapping river temperatures [57], they formalized the process that has become
common in mapping thermal refuges and other cold-water patches. Beginning in the 2010s,
a sharp rise in the use of TIR for mapping potential thermal refuges commenced. Dugdale
et al., [32,58] collected airborne TIR to classify potential thermal refuges across an entire
catchment (the Restigouche River, NB, Canada). Similarly, airborne TIR has been used to
elucidate the landscape controls on potential thermal refuges [52,59,60], whereas others
have coupled TIR data with temperature loggers to develop broader understandings of
thermalscape heterogeneity [22,61]. Further, others still have used airborne TIR to identify
the location of thermal refuges to guide behavioural ecology studies [25,62]. Nonetheless,
airborne TIR imagery remains expensive and provides data for only a snapshot in time.

Recently, relatively cheap TIR imagers (mostly uncooled microbolometers) have been
paired with unmanned aerial vehicles, or drones, to map the reach-scale thermal hetero-
geneity of rivers [63,64] (Figure 2d). The efficacy of drone-based thermal mapping lies
in its ability for users to collect high spatial resolution data (<0.2 m) at a high temporal
resolution. For example, O’Sullivan et al. [65] coupled a TIR imager and a drone to gain
repeated insights into how adult salmon hydraulic habitat selection varied as a function of
temperature over a three-week period in the summer. Morgan and O’Sullivan [66] found
that the holding positions of two salmonid species in a thermal plume differed by age
class and species, and this was explained by the fine-scale thermal variability mapped via
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Summer RGB

Summer TIR

drone-based TIR. On a cautionary side, drone-based TIR imagers can suffer from large
thermal drift [63]. However, the recent work by O’Sullivan and Kurylyk [67] found that the
addition of tin foil to the outside of the TIR imager and flying the drone during clear sky
conditions can largely alleviate the temperature bias related to thermal drift.

In northern climates where rivers freeze during winter, true colour (red, green,
blue—RGB) satellite imagery can also be used to identify (summer) thermal refuges. Rela-
tively deep groundwater will not freeze in the winter. Using this simple fact, O’Sullivan
et al. [68] showed how sub-metre resolution (0.5 m) true colour satellite images collected
when ice cover exists (ICE) can be used to identify potential (summer) thermal refuges
with very high success (Figure 3). This method is illustrated by the identification of both
tributary and spring-derived thermal refuges by comparing true colour summertime aerial
images (Figure 3a,d), their corresponding airborne TIR images (Figure 3b,e), and winter
satellite RGB images (Figure 3c,f). Since the ICE method utilizes freely available Google
Earth imagery, it provides a much more inexpensive method for identifying potential
thermal refuges in comparison to the expensive TIR method, making the identification of
potential thermal refuges accessible to almost everyone, provided that iced-over conditions
exist in winter.

Groundwater tributary Island spring

-/ spring
; S g
30 15 0 4020 0 40 Meters
(b) sy — .

4020 0 40 Meters

& RS
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Figure 3. Cont.
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Figure 3. In frozen environments, discrete groundwater (GW) discharges (dependent upon the depth
the groundwater is sourced from [68]) can remain free-flowing during iced-over conditions. This is
detailed for a groundwater tributary in panels (a—c) and for an island spring in panels (d—f), where
the thermal images (b,e) reflect the summer conditions, and the high-resolution satellite images
(Worldview 3) reflect the winter conditions (c,f).

4. Behavioural Thermoregulation; Elaborating the Concept

In the widest sense, behavioural thermoregulation takes place continuously in all free
ranging poikilotherms, including fishes. Fish will generally align themselves in habitats
that are conductive to their optimized metabolism, and ideally, fish will live in areas where
their aerobic capacity is optimized (i.e., “optimal temperature for growth”; Topt). Another
article in this special issue synthesized these optimal ranges for many stream salmonids [2].
All the movement of fish into such a suitable thermal habitat is, in a sense, behavioural
thermoregulation: that is, fish use cognitive processes to select habitats within suitable or
even optimal temperature ranges. However, in the thermal stress literature, including the
main purpose of this current article (and to which the term henceforth refers), behavioural
thermoregulation is a concept used to highlight the behaviour where stream salmonids
aggregate (often in high numbers) in a patch of generally cooler water than the ambient
water temperature during conditions when the ambient water temperature exceeds some
physiologically disadvantageous criteria. The purpose of behavioural thermoregulation
in response to heat stress appears to be two tiered and is reflected by the timing when
different life stages start increasingly using cold-water refuges.

The two tiers of behavioural thermoregulation are herein defined as facultative and
obligate behavioural thermoregulation. Conceptually, facultative thermoregulation is
proposed to become increasingly common (yet, remains “optional”) under conditions
when the water temperature exceeds the species/life stage/population-specific pejus water
temperature (Tj,s). This demarcates a threshold when the water temperature exceeds
the upper limit of an optimal temperature range and when the thermal conditions start
to get increasingly worse for the individual fish (Figure 4). Facultative thermoregulation
may continue to be observed slightly beyond the critical temperature (Tcyit; Figure 4);
a temperature threshold at which anaerobiosis starts to dominate the energy supply as
the aerobic scope approaches zero. Within this range of water temperatures, the thermal
conditions in the ambient river are increasingly beyond those that are physiologically
suitable. Therefore, salmonids achieve a better thermal habitat by seeking out cold-water
refuges in comparison to remaining in the ambient water temperature (but where they
could still survive).
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Figure 4. Conceptual model of behavioural thermoregulation in response to high water temper-
ature events differentiating non-aggregating behaviour and facultative vs. obligate behavioural
thermoregulation. Facultative thermoregulation is proposed to (voluntarily) begin to occur under
conditions when the water temperature exceeds the species/life stage/population-specific pejus water
temperature (T},,s) and may be observed slightly beyond the critical temperature (Tcy;). Obligate
behavioural thermoregulation takes over at some temperature > Ty but in advance of the ultimate
lethal temperature (Tyr) and continues at temperatures exceeding the initial trigger temperature be-
cause a fish can no longer survive without behavioural thermoregulation. The example approximates
the published literature values for juvenile Atlantic salmon to illustrate the conceptual difference
between the two modes of behavioural thermoregulation [69,70].

Contrastingly, obligate behavioural thermoregulation occurs at some time (but not
necessarily at a crisp “threshold”) when the ambient water temperature exceeds Tcyit. As
the water temperature continues to rise, and anaerobic metabolism produces accumulating
concentrations of by-products (e.g., lactate) in fishes’ bodies, causing stream salmonids to
enter a mode of obligate behavioural thermoregulation; a phenomenon that is necessary
for the animal to avoid imminent death (Figure 4). As the metabolic by-products start to
accumulate at an accelerating rate when the water temperatures exceed T¢it, the timing
of the initiation of obligatory thermoregulation occurs at some temperature around Tcyit
but, supported by observations in field, well in advance of the ultimate lethal temperature
(Tup), i.e., the temperature that fish cannot tolerate for more than 10 min [70]. Obligate
behavioural thermoregulation continues under all water temperatures exceeding the initial
trigger temperature (Figure 4).

It is important to recognize that not all the life stages of a salmonid species necessarily
respond to high temperature events by both facultative and obligate thermoregulation.
This is highly related to life-stage-specific behavioural patterns. For example, juvenile
Atlantic salmon establish territories that are defended against conspecifics [71]. Due to their
territoriality, juvenile Atlantic salmon may remain in their territories even when conditions
exceed the T¢yit values established in the laboratory [69], and generally aggregate (at least
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initially but see the concept of thermal hysteresis below; [72]) when temperatures exceed
Tcrit by 2—4 °C. This means that the juvenile life stage due to their inherent territorial
nature seems to forgo facultative behavioural thermoregulation, and only exhibits obligate
thermoregulation under conditions where remaining in territories becomes impossible
due to the imminent probability of physiologically induced death (Figure 5). By contrast,
adult Atlantic salmon return from the ocean and ascend their natal rivers typically in three
distinct migratory phases [73]. Especially during the active upstream migratory phase,
it appears common to encounter adult salmon in cold-water refuges soon after Tp;s is
exceeded. However, and importantly, under these conditions adult Atlantic salmon can
also be commonly encountered in ambient water temperatures, especially in reaches where
cold-water refuges are not immediately close by. Such circumstances highlight facultative
behavioural thermoregulation. Adult salmon do not have to remain in the cold-water
refuge; however, if a refuge is available it may offer a thermal habitat that is physiologically
more favorable than the ambient river water, provided that other physical habitat needs
are met (e.g., depth, velocity, dissolved oxygen). For example, in the Northwest Miramichi
River, NB, we observed adult Atlantic salmon beginning to use thermal refuges at 19 °C.
However, other adult salmon continued to remain in ambient water temperatures up to
26 °C during the early part of their run (i.e., June [74]). This would represent a case of
facultative behavioural thermoregulation, although it is also possible that the fish had to
cope with the temperature stress due to the lack of a nearby cold-water refuge. However,
in the Southwest Miramichi River, NB, we witnessed very strong obligatory behavioural
thermoregulation in adult Atlantic salmon already at a water temperature slightly exceeding
19 °C (Figure 5 [65]), albeit this was observed in August by adults that had likely been in
the river for a number of weeks already, and therefore, may have had pre-existing “thermal
fatigue”, i.e., previously accumulated physiological by-products in their bodies [25,72]. We
also observed a similar transition from facultative to obligate behavioural thermoregulation
for brook trout Salvelinus fontinalis (Mitchill, 1814) in the tributaries of the Miramichi River
(Figure 5) [25]. A relatively straightforward way to differentiate whether behavioural
thermoregulation is facultative or obligate under a given situation can be inferred from the
number of individual fishes in cold-water refuges vs. those remaining in ambient water
temperatures. During facultative use, the individuals were often readily observed in both
the thermal refuge and in ambient river habitats, whether their territories (e.g., juvenile
salmonids [23,25]) or in non-refuge pool/deep run mesohabitats for adults (e.g., adult
Atlantic salmon [74]). During obligate behavioural thermoregulation, effectively all the
individuals of a given life stage aggregated in thermal refuges—typically en masse—or
were in the process of doing so (Figure 5) and temperature-induced mortalities were also
observed during these events (Figure 6). However, care has to be taken when using such
field observations to determine the severity of behavioural thermoregulation because the
relative abundance of fish in the area naturally dictates how many fish will be observed
in a thermal refuge. That is, even one fish in a thermal refuge may represent obligate
behavioural thermoregulation “aggregation” if it happens to be the lone fish present in the
river reach. Such a consideration would have appeared ridiculous historically, but sadly
with dwindling population densities in areas such as the Inner and Outer Bay of Fundy and
even in many rivers in Atlantic Canada, small aggregations of very few Atlantic salmon
should not be dismissed as non-important events.
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Figure 5. Examples of obligate behavioural thermoregulation in the Miramichi River, NB, Canada.
(a,b) Adult Atlantic salmon in size-segregated aggregation in an inflow of 14.3 °C and when the
adjacent main river temperature was 19.1 °C. (c) An aggregation of 1+ and 2+ Atlantic salmon parr
in an inflow of 21.0 °C; main river 31.5 °C. (d) An aggregation of adult brook trout in an inflow of
20.4 °C; main river 26.0 °C.

Figure 6. Example of adult Atlantic salmon mortality in direct response to a high temperature stress
event in the Little Southwest Miramichi River, NB, Canada when the water temperature exceeded
30 °C, illustrating the grave consequences to salmonid populations if access to cold-water refuges is
compromised.

When do stream salmonids have to aggregate in thermal refuges, i.e., what factors
affect the timing of obligate behavioural thermoregulation? At the proximate level, the need
for stream salmonids for obligate thermoregulation has an intricate physiological basis
and the basic thermal biology of salmonids is described thoroughly elsewhere. Cardiac
function/collapse or possibly hypoxia in the brain play a pivotal role as a limiting factor for
upper temperature tolerance [75-77]. Since the need for behavioural thermoregulation is
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rooted in the physiological demands of the fish, there is variability in the timing when this
phenomenon occurs. First, different stream salmonids have their species-specific thresholds
for thermal habitat suitability (see this special issue [2]), and not surprisingly, the water
temperatures at which various authors have observed behavioural thermoregulation either
in situ or in experimental settings reflect these inter-species differences (Table 1). Some of
the variability in the aggregation temperatures observed in the previous work stemmed
from the fact that the data did not always represent a so-called “threshold” when be-
havioural thermoregulation was triggered, but simply described the temperatures at which
the behaviour was observed to occur (Table 1). Additional variability may result from the
authors who possibly describe both facultative and obligate behavioural thermoregulation.
Similarly, it has been well established that the need for behavioural thermoregulation is
linked to body size, translating into different timings for the phenomenon between the
life stages within each species (Table 1). In effect, the larger, and therefore, typically older
life stages respond earlier (i.e., in lower water temperatures) than smaller, younger life
stages (Table 1). Breau et al. [69] discussed this size-dependent difference in timing for
behavioural thermoregulation in the context of a larger surface-to-volume ratio in the
younger life stages, and the consequent improved ability to uptake oxygen across the skin
surface. A larger surface-to-volume ratio also creates a faster heat transfer, and therefore,
a lower internal body temperature; one of the main predictions of Allen’s rule originally
drawn for endotherms [78], but with a high relevance to ectotherms in thermally heteroge-
nous environments, such as avoiding overheating in hot microhabitats [79]. In addition
to species- and size-specific differences, there is also evidence that the timing when ob-
ligate behavioural thermoregulation is initiated may differ between populations within
species, as would be expected due to the population-specific physiological differences in
thermal tolerance [80-82]. For example, Corey et al. [13] examined the timing of obligate
behavioural thermoregulation in prominent Atlantic salmon rivers in Eastern Canada that
differed in their extent of warming and concluded that the aggregation response was not
universal across rivers. They observed that the onset temperature for juvenile Atlantic
salmon aggregations in thermal refuges occurred 1 °C sooner in the relatively cooler river
(Little Southwest Miramichi; LSW) in comparison to the warmer Ouelle River, indicating
a population-specific phenotypic plasticity in thermal abilities [13]. The preliminary data
similarly suggested that in comparisons of a warm (LSW) to a relatively “cool” river (Res-
tigouche, NB, Canada), the same pattern held wherein the thermoregulation was initiated
earlier in the cooler river [83], which validated the assumptions made by Breau [82]. To pre-
dict that such differences exist between the populations of different thermal backgrounds,
and especially across latitudinal clines, seems logical because these variations may be
related to differences in the metabolic rates across a latitudinal gradient, as often described
for many ectotherms (see e.g., [84] and references therein). Some laboratory experiments
conducted on Atlantic salmon suggested that, with respect to their thermal capabilities,
the differences between the populations did not appear to be evidence of local adaptation
but rather were a result of high cardiac plasticity wherein the acclimation temperature (i.e.,
differences in the ambient water temperature between rivers) allowed for cardiac functions
to compensate for the warmer temperatures [85]. However, laboratory experiments have
also shown that there was a high phenotypic variation between individuals, families [86],
and populations [80] with respect to the thermal tolerance where the variation had a signif-
icant genetic basis, which may allow for adaptation, at least under conditions of artificial
selection (e.g., supplementation programs or aquaculture). There is some evidence that the
sex of the fish also affects the ability to withstand or respond to high water temperatures.
It has been suggested that females are relatively more vulnerable than males [87,88], and
therefore, the timing or duration of behavioural thermoregulation may be affected by sex.

114



Fishes 2023, 8,471

Table 1. A compilation of water temperatures (°C) when behavioural thermoregulation (as defined
in the text) was observed to occur for various stream salmonids, stratified by life stage.

. . . Behavioural .
Species Life Stage Setting Thermoregulation Study Location Reference
Atlantic salmon Salmo salar Adult In situ 22 °C Miramichi River, NB [89]
Adult In situ 23 °C Miramichi River, NB [23]
. o Riviere Sainte-Marguerite

Adult In situ 17-19 °C Nord-Est, OC [90]
Adult In situ 19-22°C Miramichi River, NB [74]
Parr (1+, 2+) In situ >24 °C Miramichi River, NB [23]
Parr (1+, 2+) In situ 27.3°C Miramichi River, NB [13]
Parr (1+, 2+) In situ 28.3 °C Ouelle River, QC [13]
Parr (1+, 2+) In situ 25°C,27 °C Miramichi River, NB [25]
Juvenile In situ 24.2-27.1°C Miramichi River, NB [72]
YOY In situ 29.8 °C; 30.8 °C Miramichi River, NB [62]
YOY In situ 30.1 °C Miramichi River, NB [66]
Brown trou{;;go trutta (L., Adult In situ >22°C, <26 °C MI and WI, USA [91]
Adult Lab 20 °C Fish from hatchery [92]
Adult In situ 24-25 °C Firehole River, WY, USA [93]

Cutthroat trout Oncorhynchus . o South Fork Clearwater
clarkii (Richardson, 1836) Adult In situ 217°C River, ID, USA [94]

. o Willamette River, OR,
Adult In situ >22 °C USA [95]
Adult In situ 52223 °C Bear River, ID and WY, [96]

USA
Adult In situ ~22°C Henry’s Lake, ID, USA [97]
Rainbow trout Oncorhynchus . o Grande Ronde River and
mykiss Adult In situ 18-25°C Pine Creek, OR, USA 371
(Walbaum, 1792) Adult In situ 24-25°C Firehole River, WY, USA [93]
Adult In situ ~19 °C Columbia River, WA, USA [98]
Adult In situ >19 °C Columbia River, WA, USA [99]
. . 50% at 22-23 °C .
Juvenile In situ 100% at 25 °C Klamath River, CA, USA [100]
Juvenile In situ >21°C South Fork Eel River, CA, [53]
USA
Juvenile In situ 22-23°C Klamath River, CA, USA [33]
Chinook salmon Oncorhynchus . o . .

tschawytscha (Walbaum, 1792) Adult In situ >18 °C Willamette River, OR USA [101]
Adult In situ 20°C Columbia River, OR, USA [102]
Adult In situ >20-21°C Columbia River, WA, USA [99]
Adult In situ >25 °C John Day River, OR, USA [31]
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Table 1. Cont.

. . . Behavioural .
Species Life Stage Setting Thermoregulation Study Location Reference
Juvenile In situ 22-23°C Klamath River, CA, USA [33]
Coho salmon Oncorhynchus . . o .
Kisutch (Walbaum, 1792) Juvenile In situ 22-23°C Klamath River, CA, USA [33]
Sockeye salmon Oncorhynchus . o .
nerka (Walbaum, 1792) Adult In situ >15°C Wood River, AK, USA [103]
Brook troqt Sglvelznus Adult In situ >21°C Miramichi River, NB [25]
fontinalis
Adult Lab 20°C Fish from hatchery [92]
Adult In situ >22°C, <26 °C MI and WI, USA [91]
YOY In situ ~20°C Charles Lake, ON [104]
Arctic cha(lLSaiz;(;lg;us alpinus Juvenile Exp. lake >16 °C Lake Ellingtjern, Norway [105]
Lake trout Salvelinus . 5 Canadian Shield Lakes,
namaycush (Walbaum, 1792) Adult In situ <20°C ON [106]
Bull trout Salvelinus . o . .
confluentus (Suckley, 1859) Adult In situ ~21°C Lostine River, OR, USA [107]
Adult In situ >15°C Kinbasket Reservoir, BC [108]
Adult In situ >20°C Blackfoot River, MT, USA [109]

Since the obligate behavioural thermoregulation is dependent on the species, life stage,
and population, is there then “a fixed temperature threshold” that triggers an aggregation
response into thermal refuges? Early work on the phenomenon provided some evidence
to such fixed temperature thresholds [58] and, certainly, much of the current conservation
management is based on simple water temperature thresholds targeting specific activities.
The “fixed temperature threshold model” provides a relatively good approximation to
the likely timing of the initial obligate behavioural thermoregulation events, for example,
during the first thermal stress event of a summer or after a sufficiently long period of
recovery, allowing for any previously accumulated physiological metabolites to dissipate.
However, to explain the apparent variability in the water temperatures at which fish are
aggregating into thermal refuges, O’Sullivan et al. [72] recently developed a model based
on the concept of thermal hysteresis. As proposed in the previous studies, the accumulating
physiological by-products due to anaerobic metabolism remain in the bodies of salmonids
even after critically stressful water temperature conditions subside, and the presence of
these by-products may compromise the ability to cope with subsequent heat events [25,110].
This has been termed “thermal fatigue”, “thermal baggage”, or “thermal hysteria” [25,72].
The existence of these accumulated anaerobic by-products is the proximate reason why the
thermal threshold to aggregate into cold-water refuges seem to decline during subsequent
thermal events and it can be sufficiently modelled by taking into account the time since
the previous obligate behavioural thermoregulation event and the frequency of these
events [72]. Therefore, the concept of thermal hysteresis captures the idea that the timing of
obligate behavioural thermoregulation is inherently dependent on the history of previous
obligate thermoregulation events resulting in a variable, rather than static, threshold
temperature [72].

5. Behaviour Leading to, during, and after Behavioural Thermoregulation Event
5.1. Finding Refuges

Stream salmonids are known for their extreme spatial cognition as long-distance
migrants [111]. However, their spatial capabilities as juveniles during their freshwater
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phase are also remarkable [112], with a sub-metre ability to return to prior territories after
>5 month periods [11]. The searching ability of spatially sparse thermal refuges corroborate
these earlier works that the spatial capabilities of at least juvenile Atlantic salmon appear
excellent, and their movements to and from thermal refuges are not by chance. Breau [113]
and Corey et al. [62] both examined individually tagged juvenile (age 1+ and 2+) Atlantic
salmon leading to and during obligate behavioural thermoregulation events. Breau [113]
designed a study with a maximum distance away from a known monitored cold-water
refuge of 714 m; the tagged salmon parr were able to find the cold-water refuge from
these distances. Continuing the previous work, Corey et al. [62] followed 636 passive
integrated transponder-tagged Atlantic salmon parr and documented their movement
of up to ~7.5 km to cold-water refuges. In both studies, the majority of the fishes” move-
ment to refuges was relatively localized and occurred within the reach of study; however,
the movement distances regularly exceeded hundreds of metres [62,113]. How far the
0+ juveniles came to the thermal refuges remains unknown. Adult salmonids are capable
of moving longer distances in response to thermally stressful events. For example, Car-
row [74] observed a rapid migration of adult Atlantic salmon through relatively warmer
downstream reaches in the Northwest Miramichi River into generally cooler upstream
locations (~50 km) before the water temperature reached conditions necessitating obligate
behavioural thermoregulation. Facultative thermoregulation was observed in the refuges
that the migrating salmon encountered on their way to the cooler upstream reaches. As
the water temperature continued to rise, migration further upstream became limited by
concomitantly low water levels that prevented a search for cold-water refuges further
upstream, and the adult salmon then started searching for cold-water refuges in the down-
stream direction [74]. However, if adult salmonids identified reaches wherein cold-water
refuges are located during the later phases of their migration, they engaged in a similar
behaviour as the juvenile life stages wherein they remained “conveniently” close to the
refuges that they repeatedly accessed as the water temperature increased [9,65].

The mechanisms that salmonids use to find cold-water refuges during water temperature-
related events are not fully understood. Upstream-migrating adults presumably continue
swimming upstream until they encounter a gradient of cooler water temperature where
behavioural thermoregulation is possible. For territory holding Atlantic salmon parr, both
Breau [113] and Corey et al. [62] observed that individually tagged juveniles that located cold-
water refuges came both from up and downstream directions, and across a river stemming
>30 m in width. The likelihood of finding refuges either in the up or downstream direction
was dependent on the reach of the juvenile Atlantic salmon, and similarly the movement
distances in either the up or downstream direction appeared to be study reach-specific [62].
Leading up to obligate thermoregulation events, Atlantic salmon parr have been observed to
assume positions off the stream substratum, actively swimming in water columns within their
territories (but not feeding), and then grouping to small clusters of few parr, and traveling
towards presumed cold-water refuges in small aggregations [113]. The possible explanations
for traveling towards cold-water refuges in groups were hypothesized as potential safety
in numbers, migration with kin, or the possibility of “following the leader”, wherein only
some individuals knew location of the refuges, and others followed the conspecifics [113]. It
has also been hypothesized that social cues, whether olfactory signals or visual cues of other
aggregating fish, lead into an advertisement of the refuge locations [114]. Naturally, it is also
possible that the refuge seeking fish may start aimlessly swimming in the direction where
other conspecifics are moving, and they haphazardly encounter a cold-water refuge. The
specific mechanisms during travel towards cold-water refuges warrant further research.

5.2. Behaviour in the Refuges and Post-Aggregation Movements

While the ultimate reason for the obligate use of thermal refuges is to survive past
the thermal conditions that exceed the species/life stage/population-specific physiolog-
ical criteria, it is clear that behaviour and spatial distribution of aggregating salmonids
while within the thermal refuge is governed by a number of criteria. While it is recog-
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nized that the anadromous adult salmonids do not generally feed during their freshwa-
ter migration [115,116], the cessation of feeding and aggression has also been observed
for many adult non-anadromous fish and the older juvenile life stages of anadromous
salmonids when obligate behavioural thermoregulation takes place [23,113]. Such cessation
results from the anaerobiosis and lack of energy available for specific dynamic action (i.e.,
metabolism related to digestion). All the available energy is used to maintain critical basal
metabolism, and thus, to survive. Species-specific differences naturally occur and, for
example, Brewitt et al. [117] showed that during facultative thermoregulation, the use of
tributary confluence refuges allowed rainbow trout to move into the warmer main river to
forage for prey and then retreat back to the cool thermal refuge.

During obligate thermoregulation events, it is notable that while energy preservation
is at prime, the aggregating fish, and especially the juveniles, form their aggregations in the
low(er) water column and continue to swim against the current as opposed to resting at
the stream bottom or hiding within the substratum, as one would suspect from an energy
conservation point of view (Figure 4c). The same behaviour has been observed in laboratory
studies [69]. Breau et al. [69] hypothesized that the maintenance of swimming may have a
role in recycling anaerobic waste products such as lactic acid in their muscles and could,
therefore, have an active role in reducing physiological oxygen debt [118]. However, the
spatial distribution of salmonids in the cold-water refuge is not independent of energy
conservation or other biotic interactions. The research points towards many additional
physical habitat characteristics that define what one might term the “optimal thermal
refuges”. This is indicated by the fact that while the primary reason for salmonids to occupy
cold-water refuges is indeed to encounter cooler temperatures than the ambient water
temperature in the river, it is very common that the fish aggregations are not in the coolest
part of the refuge [33,53,65,66,69,119]. In lieu of the coldest locations within the refuge,
O’Sullivan et al. [65] observed adult Atlantic salmon consistently aggregating in specific
hydraulic fields defined by a narrow range of a Froude number that was significantly
smaller than the Froude number in the locations during non-thermally stressful events.
In addition, they observed salmon aggregating in tight geometric formations—thermal-
pelotons—modulating the hydrodynamics, especially for the individuals in the centre and
back of the formations [65]. They proposed that this was likely linked to the interplay of
the hydraulic and thermodynamic controls on the bioenergetic cost of holding differing
positions in the thermal refuge [65]. Perhaps not surprisingly, the individuals in most
energetically profitable positions (in the center of the peloton) were the large multi-sea
winter salmon, while the smaller adults had to “sacrifice” themselves in higher energy-
consuming positions in the front of the aggregation. This observation supports the notion
that the spatial distribution within the cold-water refuges appears to be, at least in part,
determined by intra-specific competition for the most profitable (energetic) positions.
Similarly, under extreme water temperature conditions (>31.5 °C), hierarchical species and
age-specific structuring within the cold-water refuge has been observed [66]. While still not
necessarily occupying the coldest possible locations within the refuge, the species (brook
trout and Atlantic salmon) and different age classes hierarchically structured themselves
along a temperature gradient from relatively cool (21.8 °C) to warm (30.1 °C), corresponding
to size and structured from largest (adults) to smallest (0+ juveniles), with 2+ and 1+ parr
structured by age in between, further indicating that the more dominant (larger) individuals
were able to exert control over spatial structuring within the refuge [66]. Aggregating
salmonids may also remain in their typical tight clusters due to the physiological advantages
of remaining in groups, i.e., the calming effect wherein aggregating may reduce the high
oxygen demand associated with high temperature events [23]. The microhabitat parameters
also affect the spatial distribution of aggregating salmonids, with access to relatively deeper
locations in the refuge [23,119] or the availability of deeper microhabitats adjacent to the
refuge [25] having been shown to be of particular importance. Why salmonids primarily
aggregate in tributary-derived cold-water refuge plumes and do not generally appear to
proceed upstream into the cold-water tributaries that generate these refuges may also be
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explained by the necessity to remain adjacent to deeper water or by other aforementioned
energetic benefits that may be achieved by staying in the confluence of the cold-water
tributaries and the main river.

When the obligate behavioural thermoregulation events dissipate, stream salmonids
generally leave the refuge, albeit facultative behavioural thermoregulation may continue,
and some individuals may find the refuge a physiologically better option than continu-
ing into the ambient river. For territorial juveniles such as Atlantic salmon, the evidence
suggests that the fish have the capability to “anticipate” the relative risk of future ther-
mally stressing events, and if future thermal events can be foreseen, the fish may decide
to establish territories in proximity to the areas where cold-water refuges are available.
Breau [113] documented that while juvenile Atlantic salmon abandoned thermal refuges
when the water temperature decreased below their physiological thresholds (e.g., during
the nights between subsequent thermoregulation events), the fish did not return to their
original tagging locations but remained on “standby” in some adjacent location where
returning to the thermal refuge was facilitated. Corey et al. [62] observed that a very
high proportion (96-100%) of juvenile Atlantic salmon remained in their original tagging
reaches post-thermal events if they contained thermal refuges, but a lower proportion
(62%) returned to a reach where no cold-water refuges were located. This finding led
Corey et al. [120] to investigate the long-term effects of cold-water refuge availability on
the relative abundance of juvenile Atlantic salmon along a 17-km segment of river and they
found that while the relative abundance increased in the reaches with thermal refuges in
summer, an equilibrium in the abundance was regained later in autumn when subsequent
thermal events became unlikely. In the same study, Corey et al. [120] revealed that the
tributary confluence thermal refuges with the highest temperature difference from the main
river had the highest effect on the relative abundance of Atlantic salmon across five thermal
refuges during the summer season. Similar observations regarding a preference towards a
larger temperature differential between the mainstem and tributary has also been seen for
juvenile rainbow (steelhead) trout [100].

5.3. Consequences of Behavioural Thermoregulation

The consequences of using thermal refuges are presumably clear. Salmonids that find
and use cold-water refuges during thermally stressful events are able to survive through
the bottleneck periods and use physiologically more benign environments in comparison
to conspecifics that are not thermoregulating [69,87,121,122]. The consequence of a fail-
ure to find a thermal refuge during thermal events that necessitate obligate behavioural
thermoregulation is also clear. Widespread mortality events of both adult and juvenile
salmonids have been widely reported for decades [36], with numerous contemporary
reports of mortalities resulting in a direct response to high water temperature events in
combination with other human activities [62,121,123,124] (Figure 6). The consequences
of refuge use on somatic growth are presumably small as behavioural thermoregulation
occurs during conditions when there is no longer an aerobic scope for growth, feeding
has ceased, and therefore, growth is arrested even during the time spent in the thermal
refuges. We did not find published work examining the direct growth effect of refuge
use by stream salmonids. Many others who have reported biological consequences have
examined situations where the stream salmonid performance was compared between warm
vs. relatively cooler water exposure, and therefore, the results can be inferred to apply to
a situation wherein fish would have used cold-water refuges. Crossin et al. [87] noted a
lower migration success in (chronically) thermally challenged female sockeye salmon, and
similarly, Hinch et al. [88] reported a higher mortality in female Pacific salmonids relative
to males, which they associated, in part, to high temperatures. This indicates that, at least
for adults, females may benefit relatively more from using cold-water refuges and this may
be explained by the fact that the stresses related to a higher investment of the gonadal devel-
opment that occurs during migration [125] may be partially offset by cold-water refuge use.
Gametes are also less viable in thermally challenged adult female salmonids [126], and sim-
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ilarly, negative effects of warm acclimation have been observed in male brown trout sperm,
albeit the effects manifested only early in the spawning season [127]. The use of cold-water
refuges have benefits related to energy conservation. For example, Berman and Quinn [128]
estimated a 12 to 20% decrease in the basal metabolic demand for chinook salmon that
exhibited facultative behavioural thermoregulation. Such energy conservation from the use
of cold-water refuges is presumably beneficial as it allows for saved energy for spawning,
and in the case of iteroparous salmonids, may allow for better survival post-spawning.
However, the simulation work by Snyder et al. [129] in a heavily hydropower-regulated
Columbia River system did not indicate significant contributions of cold-water refuge
use to energy savings by migrating adults, and therefore, the energetic consequences of
behavioural thermoregulation appear to be context specific.

While using thermal refuges is generally thought to provide benefits for salmonids,
there also appear to be some negative consequences. The delay of migration for anadro-
mous adult salmonids have been reported in numerous studies [41,129]. Babin et al. [41]
followed acoustically tagged adult Atlantic salmon in a deep and large thermally stratified
hydropower reservoir in the Wolastoq | Saint John River and observed that upon leaving
the cold hyporheic water of the reservoir for a warmer riverine section, some Atlantic
salmon turned back when the river temperatures exceeded 22 °C. They repeated such
behaviour multiple times over the course of a month. Snyder et al. [129] similarly showed
through a simulation exercise in the Columbia River system that behavioural thermoregu-
lation contributed significantly to the total migration time (56% of total migration time) in
summer-run steelhead. However, the effect was much more benign for fall-run Chinook
(6% of total migration time). While these observations may be interpreted as a migration
delay due to an “ecological trap” phenomenon [130], with a potential further consequence
that these fish may not be able to reach their purported upstream spawning grounds, the
delay may also ensure that the fish arrive in appropriate locations only after the tempera-
ture regime of the putative spawning grounds have declined into a suitable range [129].
Aside from being delayed in their migration, the salmonids aggregating in a cold-water
refuge may also become exposed to high fishing pressure as many refuges are locally
well-known fishing locations [119]. For example, Keefer et al. [98] documented a high rate
for harvesting steelhead trout in the Columbia River in refuge tributaries. It is also plausible
that large aggregations of salmonids in cold-water refuges attract predators, thus increasing
the natural predation rate. However, while a plausible possibility, to our surprise we have
in fact never personally documented either avian or mammalian predators at cold-water
refuges even during the densest aggregation events despite having collectively observed a
large number of these events. The only documented direct observations have been those of
American crows (Corvus brachyrhynchos) that have been feeding on moribund or already
dead juvenile Atlantic salmon floating downstream in the Miramichi River during water
temperature-related events.

6. Management and Conservation Actions in Response to a Warming Climate,
Thermally Challenging Conditions and Cold-Water Refuges-Future of
Stream Salmonids

Since thermally stressful events are common and may become increasingly so in
future, the management of the cold-water patches and refuges is becoming increasing
important. Mejia et al. [28] recently outlined advice for bridging the gap between science
and management in this field. Many rivers that sustain fisheries for stream salmonids
have implemented management strategies to protect salmonid populations during these
warm events. The purpose of the management actions with respect to warm-water events
is commonly geared towards the protection of the adult life stages from exposure to recre-
ational fishery [124,131], although actions also exist to protect specific cold-water refuges
overall [26]. The evidence that the post-release survival of adult salmonids decreases as
a function of increasing water temperature after species/population-specific thresholds
are surpassed is convincing [131-134]. Depending on what management measures are
implemented to protect the adults, the juvenile life stages may also benefit from these
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measures. For example, temporary closures of known cold-water refuges for recreational
fishing will also protect the juveniles that aggregate there from additional “foot traffic” in
these locations during thermally stressful times. Such protections may be necessary. During
obligate behavioural thermoregulation, the aggregating juveniles are often physiologi-
cally stressed to a point that any additional stressor (such as tactile exhibitions by anglers
who may “pick up” or poke juvenile fishes out of curiosity) may be detrimental. The
protection of aggregating juveniles in key cold-water refuges may, therefore, be necessary
in their own right. We have observed, for example, events where recreational vehicles
(such as four-wheelers) are driven across dense juvenile aggregations in shallow refuges
by unsuspecting recreational fishermen. However, extreme care must be practiced when
protecting cold-water refuges so that the protective actions would not have unintended
consequences. Indicating where cold-water refuges are by their closure (or by publicly
sharing thermal imagery) may “backfire” by attracting audiences with non-laudable in-
tentions. With thermal imagery becoming more readily available and shareable through
open-source publications, thought must be directed as to whether or not the locations of
the cold-water refuges should be made publicly known. Through autonomous underwater
video camera imagery, we have indirectly observed poaching events of anadromous brook
trout when the fish have been aggregating in cold-water refuges. In our example, a large
number of anadromous brook trout were repeatedly observed in subsequent frames of
underwater camera imagery (for >13 h) when the water temperature conditions exceeded
the conditions for obligate behavioural thermoregulation (28 °C) only to abruptly, com-
pletely, and permanently disappear from the refuge even though the water temperature
conditions remained unchanged. Concurrently, the “surface foam” covering the cold-water
refuge also disappeared between the photograph frames. It is conceivable that the fish
were abruptly removed by a poacher’s gill net maneuvered through the cold-water refuge.
While such poaching events or individuals engaged in such illegal activity may be sparse,
it is nevertheless important to carefully consider whether the spatial location of critical
cold-water refuges should be publicly advertised as they may attract unwanted attention to
these important locations that may otherwise stay hidden to the public eye, and especially
to the individuals who have affinity for illegal harvests. Alternatively, local river guardians,
conservation officers, or automated (infrared) security cameras may be required to ensure
the protection of cold-water refuges from the “two-legged predator”.

VanLeeuwen et al. [131] recently reviewed when and how water temperature-related
fishery closures are best implemented. The trade-offs in these management strategies are
clear. Since salmonid fishing may represent one of the most socio-economically significant
activities in rural communities, the closure of recreational angling that is too lenient may
have a severe financial consequence on the local economy. However, on the reverse, the
non-closure may have a drastic consequence on the salmonid population due to exposure
to said fishing during an exceedingly stressful time. Various protocols are used to im-
plement water temperature-related protections, and common strategies include closures
of selected cold-water pools, closures of whole or larger sections of river, or restricting
the timing of fishing activities within the day after pre-determined temperature thresh-
olds are exceeded [131]. One of the strategies that appear to offer a promising balance
between continued fishing vs. temperature-related closure is the implementation of a
“morning only” fishery that would safeguard fishing opportunities for anglers who may
have traveled a long distance for their fishing opportunity, while protecting the salmonid
population during the most stressful time of the day [131]. Hourly water temperature
consistently reaches its minimum at a predictable morning hour, e.g., 9:00 AM in the
Miramichi River [135]. The best protection/management strategy depends, however, on
the status of the salmonid stock, fishing pressure, and the overall temperature regime of
the river that may remain too high throughout the diel period for any fishery in certain
locations [131]. To help manage water temperature-related fishery closures in the future, it
will be useful to better understand the population-specific plasticity with regard to their
requirements to behaviourally thermoregulate [13]. The current temperature thresholds
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when fisheries closures are contemplated have often been derived from research that took
place in relatively warmer rivers where populations may have slightly higher tolerance
for temperature-induced behavioural thermoregulation. However, in northern latitudes or
relatively cooler rivers, the physiological processes in response to water temperature may
start earlier in such cold-evolved populations. The hysteresis curves may take a drastically
different shape or the inflection points where stress begins to accumulate may occur much
earlier in these rivers, necessitating earlier management intervention.

The opportunities for cold-water refuge management/manipulation is also presented
by hydropower-regulated rivers through hypolimnetic water releases or other cold-water
outflows released into the tailrace. On one hand, such artificial cold-water releases can
create an opportunity for salmonid fisheries in rivers that would otherwise not be ther-
mally suitable [43]. On the other hand, such cold-water plumes may become locations
where upstream-migrating salmonids spend excessive time; therefore, significantly delay-
ing or even stopping further upstream migration. These cases have been aptly named
thermal pollution [42] or thermal traps [41]. The management of the cold-water regime in
hydropower-regulated rivers can be particularly complex as the quantity of water flow is
often tied to the energy demands and market conditions, and the protection/enhancement
of salmonid populations via these mechanisms adds another layer of complexity. It also
has to be recognized that toying with the natural temperature regime of a river using cold
hypolimnetic releases is likely to have cascading repercussions throughout other aquatic
biota and the ecosystem, and the overall impacts of changes in the thermal regime should
be fully evaluated before cold-water releases are used to benefit salmonid fisheries. The
trade-offs in tailwater thermal habitat management are often complex [43].

Management decisions aside, another increasingly common conservation measure
aimed at protecting salmonid populations from stressful warmwater events is cold-water
refuge restoration [21]. This practice is becoming particularly popular in Atlantic Canada
among non-government environmental organizations, First Nation conservation groups,
and fishing clubs, and can fall under the categories of improving/enhancing existing cold-
water refuges or potentially creating new ones. While promising, and possibly a generally
useful and desired activity, there are a few important considerations that need to be taken
into account when cold-water refuge restoration in contemplated.

First, if the addition of new cold-water refuges (e.g., via groundwater pumping [21])
is contemplated, a very careful and multi-faceted consideration of the consequences will be
necessary. For creating new cold-water refuges, the first important question regards the
location of the proposed refuge. Presumably, new cold-water refuges could be contemplated
in reaches where a river network analysis (e.g., thermal imagery) indicates a near-complete
lack of current refuges. Creating a new refuge could, under these circumstances, have
an important protective effect if situated in the reaches where the current nearest refuge
is beyond the movement ability of e.g., juvenile life stages when obligate behavioural
thermoregulation is triggered. In this context, the approach utilized by Snyder et al. [129]
appears particularly useful for assessing different cold-water refuge addition scenarios.
Such simulation tools allow for an assessment of the contribution of thermal refuges on the
migration timing, distance, energy conservation of migrating/moving salmonids, and their
eventual success, and therefore, allows for a determination of the utility of the added (or
removed) thermal refuges on fish survival and health [129].

The second important consideration when contemplating the creation of new cold-
water refuges is why a refuge would be created in a particular location. If the location is
determined based on a large-scale strategic assessment and is determined to be a location
in a reach where no other refuges exist, as above, then the location may be justified as a
conservation measure. However, perhaps the creation of a new cold-water refuge is to
retain more fish adjacent to a fishing lodge for the purpose of improved recreational angling
opportunities? In such cases, the intent would be counterintuitive from the conservation
perspective, even when the intent would be to practice catch-and-release fishing since
mortality rates do increase with increasing water temperature [133,134]. If creating new
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cold-water refuges increasingly becomes a practice for the purpose of retaining fish close to
a recreational fishing lodge, there is a real risk of such practice further exploding into an
arms race between fishing establishments with the “most fish going to the person with the
largest pump” and should generally be discouraged since groundwater sources are a finite
resource. In fact, the third important consideration with regard to creating new cold-water
refuges is whether such practice is advisable at all, as the use of groundwater to create
a new refuge will explicitly mean that the groundwater will be “away” from naturally
percolating into the river in another location. The action of pumping groundwater also
takes water away from the terrestrial ecosystem. At periods when water levels are low
and temperatures are high, water-induced forest stress is also likely [136]. Further, the
impacts may resonate to domestic water supplies in regions where groundwater wells
provide potable water. This is an aspect with no easy solution; even all the authors of the
current article do not fully agree on the advice of groundwater pumping. Kurylyk et al. [21]
presented different scenarios for creating new cold-water refuges through groundwater
pumping and the simulated effects on river depletion. It is important to emphasize that the
intent of this work was to suggest the creation of cold-water refuges only on an extreme
temporary basis, i.e., activated automatically but temporarily when water temperature
exceeds conditions that are extremely likely to cause obligate behavioural thermoregulation
events and in areas where no other refuges are present. Implemented in this way, a new
refuge would be temporarily created during the hours of day when the alternative scenario
for stream salmonids is likely to be physiologically induced death but would minimize the
overall effect on the amount of groundwater and river depletion.

With regard to projects that aim to enhance or restore cold-water refuges, multiple
interesting avenues exist for the future. As our understanding increases regarding what
characteristics conform a “goldilocks refuge”, some cold-water refuges can possibly be made
significantly more suitable through even small changes [21]. However, conservation groups
should also keep in mind that the old adage of “fix it only if it is broken” may prove useful
in this context. One potentially promising avenue for restoration/enhancement work may
regard cold-water alcove refuges, which may become disconnected from the main rivers
during low discharge conditions but may hold large volumes of cold water (Figure 1f). The
cold-water alcoves may also be oxygen-depleted due to high groundwater concentrations and
a very slow flow, but artificial oxygenation through an air pump may alleviate these situations
or modifications in the alcove could induce drops that entrain air and thereby provide natural
oxygenation. These possibilities are ripe for exploration in the future.

If the emphasis of cold-water restoration is on maximizing the net benefits for aggre-
gating salmonids, then one must implicitly understand what the fish are looking for in
a thermal refuge. While the secondary physical habitat characteristics may temporarily
become less important in certain cases, e.g., during obligate behavioural thermoregula-
tion events (“life-or-death situation”) when access to some cold water is better than no
access at all, we documented through numerous examples that a cold-water patch does not
necessarily mean cold-water refuge, let alone an ideal refuge. As outlined earlier, Wilbur
et al. [25] showed that access to relatively deeper water adjacent to the cold water was
a major determinant separating a cold-water patch from a refuge for large-bodied brook
trout. O’Sullivan et al. [65] demonstrated a specificity towards unique hydraulic conditions,
and not necessarily the coolest water for adult Atlantic salmon, further indicating that
knowledge of the thermal refuge habitat and hydraulic requirements is necessary for most
successful cold-water refuge restoration. We propose that it may be necessary to mandate
before-after monitoring protocols for cold-water refuge restoration/enhancement, which
could include documenting both the tangible benefits in terms of the gained physical cold-
water habitat but possibly also show that the enhancement activity at least does not reduce
the density or absolute number of salmonids using the refuges post-enhancement. While
these projects almost always proceed with the best future for the salmonid population
in mind, the outcome is not necessarily guaranteed if the restorative work is conducted
by untrained local groups without expertise in hydraulics, habitats, or salmonid ecology.
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Particularly, if the restorative work is conducted without the knowledge of what the cri-
teria for the salmonid population/life stage in question even are, the restorative work
may prove to be simply “feel good” projects for participating organizations with limited
tangible benefits. If public funds are dedicated to these restoration projects, the groups
should involve individuals with appropriate expertise (hydrologists, hydromorphologists,
ecologists) to minimize/avoid negative impacts, and there should be accountability for any
tangible benefits.

At a larger (river network) scale, temperature network models—either spatial statisti-
cal network or random forest models, depending on the hydrogeological setup combined
with other physical and biological variables and correlates—allow for species distribution
modelling, and therefore, predictions of the species occurrence or abundance in future
climates [27]. While such models ignore the heterogeneity of the thermal habitats at the
micro-scale (i.e., the presence or absence and frequency of thermal refuges), they allow
resource managers to predict “mean responses” and allow for the identification of the
likelihood of aquatic species disappearing from parts of a river network as a function of a
warming climate [27]. Such exercises have been shown to be useful in conservation as they
will allow for the identification of sections of rivers (e.g., tributaries, sub-catchments) that
are primary targets for added conservation or mitigation measures, or areas that will be
likely candidates for species resiliency if rivers get warmer over time. On the other hand,
the information derived from such models can also potentially be used in the future to
identify areas of rivers that can be “sacrificed” if certain sections are predicted to become
uninhabitable for a species due to climate warming-induced water temperature increases
alone. Then, such areas may be prioritized for anthropogenic development while allowing
the more resilient areas for the species presence be left as conservation reaches. Such
prioritization vs. sacrificing may sound apocalyptic but may similarly provide a balance
between the development and conservation in catchments where increasing anthropogenic
pressures are inevitable, where the overall thermal habitat has become extremely limited,
and therefore, where “everything cannot be saved”.

The warming climate and the consequently warming freshwater is predicted to make
life more difficult for stream salmonids in the southern extreme or lower elevational part of
their range. Much attention, or even blame, has been directed toward landscape activities
(e.g., agriculture, forestry), which may often be the only prominent anthropogenic activities
in otherwise pristine catchments with salmonid populations, for their potential role in the
warming of freshwater, and therefore, their potential role of being the reason or at least
further exaggerating the negative trend on thermal habitat suitability [137,138]. It has been
long recognized that such landscape activities, when poorly conducted and/or especially
when occurring without appropriate mitigations such as appropriate riparian zones, can
indeed have a significant and long-term warming effect on freshwater streams [139,140].
On the contrary, when landscape activities are undertaken on a moderate scale with
mitigations (e.g., harvesting of 7% of a stream basin in the Catamaran Brook catchment,
NB, Canada), the effects of freshwater warming have not been observed [141,142]. At
least in Atlantic Canada, it is currently difficult to find unregulated landscape activities
in areas where salmonids occur. Therefore, it may be more prudent to shift the focus
of pressure from landscape users to landscape regulators (often government agencies
stipulating laws, regulations, and permits) and ask whether there should be a concern
regarding the effect of the landscape activity on warming of freshwater. It is the regulators
who can establish the “bowling lane” of what (and how) the landscape users can do in
agro-forested landscapes, and then ensure through a process of adaptive management that
the regulations are effective in protecting cold-water habitats by also taking into account
the cumulative effects in the interconnected waterways. Ideally, both landscape users and
regulators would work together in the best interest of the fish.

It will also be crucially important to thoroughly quantify the role of freshwater warm-
ing that is attributable to climate patterns vs. landscape activities, especially in catchments
that have regionally significant salmonid populations. There continues to be a prevailing
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misconception in many jurisdictions that landscape activities have a similar effect on the
water temperature across the catchment’s landscape [138], and therefore, that the manage-
ment of landscape activities can follow similar regulations and mitigations irrespective
of the spatial location of such activities within or between catchments. Examples of such
erroneous views are, e.g., the fixed percentage of an allowable harvest of the catchment
surface area or fixed width buffer zones across whole jurisdictions (e.g., Canadian Atlantic
provinces). The “one-size-fits-all” approach is false; large river catchments are most likely
to have different hydrological response areas and hydrological units that respond differ-
ently to landscape activities [52,136,143-146]. If the potential effect of landscape activities
is of concern to fisheries management due to the warming effects on freshwater, then it
is imperative that there is a thorough understanding of the science and the pathways of
the potential warming effect that is stratified by appropriate hydrological units. It may
turn out that the landscape activity has nothing to do with the purported or observed
warming. Conversely, it may become apparent that landscape activities are driving broad
shifts in hydrological processes. It is our belief that if these pathways are understood and
the potential effects can be quantified and effectively communicated to both landscape
managers, landscape operators, and the general public, a positive outcome can be achieved,
and environmentally conscientious practices can be pursued while minimizing and/or
limiting the impacts on freshwater resources. As for the effects of climate change on the
warming of freshwater, only time will tell whether the current warming patterns can be
curbed by implementing intergovernmental policies and whether stream salmonids have
sufficient time and physiological/genetic scope to adapt to changing thermalscapes.

7. Conclusions

As the climate is predicted to continue to warm due to global climate change, it is very
likely that high water temperature-related behavioural thermoregulation events, whether
facultative or obligate, will continue to become a more common behaviour for stream
salmonids. While this behaviour is already common in the southern part of the range for
most stream salmonids, it is likely that the more northernly situated or higher elevation
populations will also stat experiencing events that demand aggregation into cold-water
refuges and the physiologically determined timing of these events may occur earlier than
expected in these populations that have evolved in relatively colder water. It is imperative
for fisheries management to carefully consider the locations and availability of current
thermal refuges, determine management responses that are necessary in each location to
protect salmonid populations, and work closely with land users to ensure the least possible
impacts of high water temperature events on already stressed populations.
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G o W N

Abstract: Lakes in the High Arctic are characterized by their low water temperature, long-term
ice cover, low levels of nutrients, and low biodiversity. These conditions mean that minor climatic
changes may be of great importance to Arctic freshwater organisms, including fish, by influencing
vital life history parameters such as individual growth rates. In this study, Arctic charr sampled
from two Svalbard lakes (78-79° N) over the period 1960-2008 provided back-calculated length-at-
age information extending over six decades, covering both warm and cold spells. The estimated
annual growth in young-of-the-year (YOY) Arctic charr correlated positively with an increasing air
temperature in summer. This increase is likely due to the higher water temperature during the ice-free
period, and also to some extent, due to the winter air temperature; this is probably due to thinner ice
being formed in mild winters and the subsequent earlier ice break-up. However, years with higher
snow accumulation correlated with slower growth rates, which may be due to delayed ice break-up
and thus a shorter summer growing season. More than 30% of the growth in YOY charr could be
explained specifically by air temperature and snow accumulation in the two Arctic charr populations.
This indicated that juvenile Svalbard Arctic charr may experience increased growth rates in a future
warmer climate, although future increases in precipitation may contradict the positive effects of
higher temperatures to some extent. In the longer term, a warmer climate may lead to the complete
loss of many glaciers in western Svalbard; therefore, rivers may dry out, thus hindering migration
between salt water and fresh water for migratory fish. In the worst-case scenario, the highly valuable
and attractive anadromous Arctic charr populations could eventually disappear from the Svalbard
lake systems.

Keywords: High Arctic; Svalbard lake systems; climate impact; Arctic charr; growth rate; anadromy

Key Contribution: Annual growth in YOY Svalbard Arctic charr correlated positively with increasing
air temperature, while years with higher snow accumulation correlated with slower growth rates.

1. Introduction

The salmonid Arctic charr (Salvelinus alpinus) has a Holarctic distribution and is
the only freshwater fish species in most High Arctic regions [1], including Svalbard, an
archipelago in the Arctic Ocean between a latitude of 74 and 81° N. Arctic charr populations
demonstrate remarkable ecological plasticity, showing various life-history adaptations to
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harsh northern environments. In addition, it is the only freshwater fish species on Svalbard,
forming both anadromous, resident, and landlocked stocks [2].

Lakes in the High Arctic are characterized by low water temperatures, long-term
ice cover, low levels of nutrients, and low biodiversity [3]. Depending on the location,
most Svalbard lakes are ice-covered for 9-12 months a year [2], with maximum water
temperatures usually reaching 6-8 °C in summer—autumn [4]. The thickness of the ice, the
timing of ice break-up/cover, and water temperatures during the ice-free season, however,
vary among lake systems, due to local differences in air temperature and precipitation [5,6].
Studies during the early 1980s revealed that year-class strength correlates positively with
mean air temperature during the two summers preceding the spawning of Arctic charr in
Svalbard [7].

Temperature, which is known to influence both ingestion and metabolism, will thus in-
fluence the somatic growth rate in fishes, although the effects on growth are also influenced
by interactions between temperature and food supply [8]. Although [9] suggested that
as the temperature rises, somatic growth of Arctic charr would increase in high-latitude
lakes, ref. [10] showed that the knowledge of fish growth in response to climate change in
general remains incomplete, and that some findings are even contradictory. Svalbard Arctic
charr usually experience water temperatures in June—August in the range of 1-8 °C, such
that even small increases in water temperature (0.5-1 °C) may lead to significant changes
in the growth of younger fish [11]. In the subalpine Lake Jvre Heimdalsvatn (>1000 m
a.s.l.), an increase of 1 °C in the June air temperature resulted in a 10% growth increase
in brown trout (Salmo trutta) [12]. In Greenland, ref. [13] recorded a positive correlation
between air temperature and the growth of landlocked Arctic charr in one lake, whilst the
opposite was found in another. This was probably due to differences in energy demand and
food supply. In the open lake systems on Svalbard, i.e., systems containing anadromous
Arctic charr with additional access to marine prey, fish density seems rather low [2,4]. As
noted above, even small increases in thermal conditions may increase the growth rate in
fish significantly.

Recent information on global warming shows a higher increase in air temperatures at
higher northern latitudes [14,15]. In Longyearbyen, Svalbard, the annual mean temperature
has increased significantly from 1912 to 2008 [6], corresponding to +0.22 °C per decade,
with the highest increase shown in spring (+0.45 °C). In northeastern and southwestern
Svalbard, an increase in air temperature of 8 and 3 °C, respectively, are suggested for the
next 100 years [6,14]. So far, annual precipitation in the Svalbard region has been low, with a
gradient from higher values in the southwest to lower values in the northeast. Precipitation,
however, is also expected to increase in Svalbard during the next 100 years, especially in
winter. This is predicted to lead to a larger accumulation of snow in spring, which in turn,
will likely postpone the timing of ice break-up and shorten the ice-free season [16]. On the
other hand, both an increasing air temperature in winter, implying thinner ice [17], and
a higher temperature in spring inducing earlier ice-melt [2,18], will prolong the ice-free
period. The sun’s radiation will then affect the water more efficiently and this may lead to
both a higher maximum water temperature as well as a higher number of degree days [5,19].
An increase in accumulated snow cover in spring has been shown by [16] in the alpine Lake
Litlos (>1100 m a.s.l.) in Hardangervidda, Norway, and by [5] in Greenland lakes. This has
been shown to have a strong effect on the time of ice break-up and thus a negative effect
on the growth and the survival in young-of-the-year (YOY) brown trout and Arctic charr,
respectively. In High Arctic and alpine lakes, a change in climate that results in higher
temperatures is therefore assumed to increase growth in juvenile charr; more snowfall, on
the other hand, probably induces decreased growth.

To study these opposite effects of temperature and precipitation on life history param-
eters in fish, access to long-term survey data covering both warm and cold periods/years
is essential [20]. On Svalbard, two weather stations that have been in operation for more
than 100 years [21,22] showed mainly positive air temperature trends before the 1930s, and
a warm period during the 1930s and 1940s. This was followed by a negative temperature
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trend in the 1950s and 1960s. From the 1960s onwards there has been a general temperature
increase in all seasons (see [6,14] for more details). From around 1960 to 2008, samples of
Arctic charr otoliths have been collected from several populations, thus providing the possi-
bility to use Arctic charr otoliths as flight recorders to back-calculate fish growth in juvenile
Arctic charr back to the early 1950s (Gullestad, Hammar and Svenning unpublished).
Accordingly, in this study, we compare back-calculated fish growth in YOY Arctic charr
from otoliths with climate indices, specifically air temperature and the accumulation of
snow, in two charr populations on Svalbard, situated between 78 and 79° N. We hypothesize
that both warm winters and warm summers will result in an improved growth rate in
YOY Arctic charr, which may be due to thinner ice, earlier ice break-up, and a higher
water temperature during the ice-free season. In years where high snowfall has occurred,
however, ice break-up may be postponed, resulting in decreased growth of juvenile charr.

2. Materials and Methods
2.1. Study Sites

The Archipelago of Svalbard is situated between 74 to 81° N and 10 to 35° E, and
consists of four large islands, Spitsbergen, Nordaustlandet, Barentseya, and Edgeoya,
in addition to many smaller islands (Figure 1). The climate is highly arctic, with mean
July air temperatures normally being between 4 and 5 °C on western Spitsbergen, with
temperatures being 2-3 °C lower on Nordaustlandet, the northernmost island [23]. The
difference in temperatures between the western and northern coasts is mainly due to the
influence of the Gulf Stream on the western coast of Spitsbergen, while Nordaustlandet
and the eastern part of Spitsbergen are more influenced by cold, easterly air masses [24].
Annual precipitation on Svalbard is low, with 300400 mm mostly falling as snow [23], but
there are large local variations.
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Figure 1. Map showing the circumpolar distribution area of resident (blue) and anadromous (red)
Arctic charr (left), and the localities of Lake Dieset, Lake Linnévatn, and the meteorological stations
in Longyearbyen and Ny-Alesund (right).

Arctic charr is the only freshwater fish on Svalbard, with populations in approx-
imately 200 lakes; of these, probably less than 20 lake systems contain stable anadro-
mous populations.

Sampling has been carried out in Lake Linnévatn in the outermost part of Isfjorden,
and Lake Dieset on the Mitra Peninsula, both situated on the western side of Spitsbergen
(Figure 1). The lake areas are in the range of 4-4.5 km?, and both support anadromous Arctic
charr in addition to resident charr [2,4]. Lake Linnévatn (78° N, 13° E) is the southernmost
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of the studied lakes (Figure 1). Water temperatures are low even during summer, due
to the inflow of glacier meltwater as well as being surrounded by high mountains that
reduce the solar radiation of the lake [25]. Owing to glacial silting, light transmission, as
characterized by the Secchi disk transparency values during summer at 0.3 m, is relatively
low [4,25]. The lake is ice-covered for approximately 9-10 months of the year, but during
the ice-free season, the 2.5 km outlet river to the Isfjorden Bay has a relatively stable
discharge [4]. In the summers of 2008 and 2017, a fish trap was mounted in the outlet
river, and approximately 2500 anadromous Arctic charr ascended the watercourse in both
seasons (Svenning unpublished).

Dieset (79° N, 11° E) comprises a system of two lakes situated approximately 140 km
to the north of Lake Linnévatn (Figure 1). The lakes are ice-covered for approximately
10 months of the year, but with large annual variations [2]. The discharge in the outlet river
may vary considerably, and in some years Arctic charr were prevented from ascending
upriver to the spawning areas due to low water flow [2]. Monitoring upstream migrations
using fish traps in the 1970s [2] and in the early 1990s [26] showed that 500 to 900 individual
Arctic charr ascended the water course annually. In the last 10 years, the anadromous part
of the population has increased, and probably up to 2000 Arctic charr now ascend the lakes
each year.

2.2. Meteorological Data

Both lakes Linnévatn and Diesetvatn are located near two meteorological stations
(Figure 1). The meteorological station at Isfjord Radio was situated 4 km to the west of Lake
Linnévatn, while the meteorological station at Ny-Alesund in the Kongsfjorden Bay is situ-
ated 35 km southeast of Lake Dieset. Monthly means of air temperature and precipitation
are available at Isfjord Radio from 1935 to 1976, except for the period 1941-1947, due to the
evacuation of Svalbard during World War II [21]. Missing data from this latter period have
been estimated using observations at Jan Mayen and the Russian station Bukta Tikhaya,
on Franz Josef Land [21]. After 1976, air temperature data for Lake Linnévatn have been
estimated from observations made at the Svalbard Airport and Longyearbyen stations,
using regression analyses of the overlapping data with Isfjord Radio during the period
1957-1976. Monthly mean values of air temperature and precipitation were available for
Ny-Alesund from 1969 to the present, with data for the period before 1969 estimated from
the Isfjord Radio records [21].

Until recently, there have been no consistent and regular measurements of snow depths
made in Svalbard, in general, and only sporadic measurements of snow depth were made
at the meteorological sites in Ny-Alesund and Isfjord Radio. Long-term annual snow depth
measurements are available, however, from the winter glacier mass balance records of two
glaciers, Midtre Lovénbreen and Austre Broggerbreen, in the vicinity of Ny-Alesund [27].
Winter balance is obtained by snow-depth soundings over the glacier at the end of the
winter accumulation period. The mass balance data used here cover the period 1967-2008
and comprise averages of snow thickness measurements made on the two glaciers in late
April to early May, at the lowermost glacier elevations (50-250 m). While restricted spatially
to these two glaciers, the data provide good proxies for spring snowfall in western Svalbard.
This has been demonstrated by parallel measurements made over shorter periods from
2004 to 2008 on the Ny-Alesund glaciers and Linnébreen near Lake Linnévatn (Jack Kohler,
unpublished data).

2.3. Fish Data and Otolith Analyses

A total of 804 sagittal otoliths of Arctic charr from Lake Dieset and 289 from Lake
Linnévatn have been used in this study. Arctic charr from Lake Dieset were sampled
between 1970 and 2008 using a variety of equipment, including gillnetting in the lake
(n = 360), a trap catching ascending fish from seawater (n = 257), electrofishing in the outlet
river and in the lake (n = 182), and rod fishing in the lake (n = 5). In Lake Linnévatn,
Arctic charr were sampled periodically from 1968 to 2006, and most fish were sampled
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by gillnetting in the lake (n = 174), while 115 were sampled by electrofishing in the lake
and the outlet river. The material covers year classes of charr from 1948 to 2006 in Lake
Linnévatn and from 1951 to 2008 in Lake Dieset (Figure 2). During the three periods with
consistent data from YOY in both lakes (1959-1963, 1987-1991, and 1998-2006), we found no
significant differences in the length of YOY between the two populations (in either period).
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Figure 2. The number of aged Arctic charr in different year-classes in 1951-2008 from Lake Dieset
(left; n = 804) and 1948-2006 from Lake Linnévatn (right; n = 289). Samplings of Arctic charr used
for back-calculating the body length in young of the year (YOY) were conducted during the periods
1970-2008 (Lake Dieset) and 1968-2006 (Lake Linnévatn).

Arctic charr otoliths from Svalbard have a distinctive zonal differentiation between
summer and winter increments, even among old individuals. They are much easier to age
compared to otoliths sampled from Arctic charr populations further south, which is likely
due to their slow annual growth rates, giving a clear distinction between summer and
winter zones (Figure 3). Thus, age determination was carried out without any additional
treatment or preparation of the otoliths, except placing them in glycerol and then viewing
them under a binocular microscope.

Figure 3. The two sagittal otoliths from a 10-year-old (winter) Arctic charr captured in Lake Linnévatn
in September 1998.
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Otolith increment width measurements were performed as described in [28]. The
annuli were clearly visible along the rostrum, and in old fish rostrum counts have been
shown to give the highest age estimates in Arctic charr [29]. Consequently, rostral radii
were used for both age determination and otolith measurements; hence, relationships
between fish fork length and otolith radius were evaluated.

Otoliths were photographed using a digital camera (DS-5M; Nikon Instruments Eu-
rope B.B., Kingston, Surrey, England) connected to a Leica Wild MZ8 stereo microscope and
computer. Images were captured using NIS-Element software (Nikon Instruments Europe
B.V., Amstelveen, The Netherlands) (https://www.microscope.healthcare.nikon.com/en_
EU/products/software/nis-elements, accessed on 1 January 2023), while the width of
the otolith increments and total otolith length was measured using the image analysis
program Image] (Version 1.410; US National Institutes of Health, Bethesda, MD, USA).
The center of each otolith was identified as precisely as possible by sight. The larval zone
of the otolith is being formed when the fish larva is still in the egg and is defined as the
innermost, darker part of the 0" otolith when observed with reflected light. Difficulties
associated with differentiating between the end of the larval increment and the end of the
first summer increment necessitated that the distance from the otolith center to the end of
the first opaque (summer) increment was measured as a relative measure of the fish’s first
summer growth. Identified otolith growth increments of the first summer were assigned to
calendar years based on the estimated age of the fish at catch.

For fish younger than 5 years of age and showing no records of anadromy, strong
positive and linear correlation was observed between fish length and otolith size from both
Lake Dieset (r* = 0.88; n = 175) and Lake Linnévatn (r*> = 0.90; n = 73) (Figure 4). Thus,
otolith increment width is a suitable predictor of somatic growth of the fish. See details
in [28].
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Figure 4. The relationship between fish length and otolith size for Arctic charr younger than 5 years
of age and less than 130 mm, captured in Lake Dieset (left; n = 175; Y = 0.028 + 0.0090 X; p < 0.001)
and Lake Linnévatn (right; n = 73; Y = 0.025 + 0.0088 X; p < 0.001).

2.4. Statistics

We used additive models in the R-library mgcv [30] to investigate temporal trends,
effects of climatic variables, and the linearity of these effects (see [31,32] for examples).
Additive models use flexible nonlinear functions to describe the relationships between
response and predictor variables; here, we used the default thin-plate regression splines
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of the gam() function to model these nonlinear relationships [30]. The effective degrees of
freedom (edf) for the model, measure the degree of smoothness, with edf = 1 representing a
linear relationship and an edf value above 1 representing increased nonlinearity. Effective
degrees of freedom are estimated using general cross-validation. However, as we were
interested in the main patterns, we restricted the dimension of the spline basis to 4 so
that edf would not be too large. To describe temporal trends in the first summer growth,
we used the year of hatching as a predictor variable. For climatic effects, we considered
mass balance (as a measure of spring snow accumulation), average winter (December to
February), and summer (June to August) air temperatures as the predictor variables. All
three variables were included as simple additive terms (i.e., without interaction terms
such as products), and we fitted all models with one, two, and three smooth terms. We
used adjusted r? as a measure of the predictive power of each model, and together with a
measure based on cross-validation (general cross-validation score), we selected the best
model for predicting growth [30]. For the models with climatic variables as predictors, the
figures show the partial residuals and the corresponding smoothed effect, that is, when
other variables in the model are adjusted for.

3. Results

During the period when the individual Arctic charr were recruited to lakes Dieset and
Linnévatn, the average winter (January—March) air temperatures (1950-2008) varied from
—21.6to —5.4 °C and from —18.6 to —3.5 °C at Isfjord Radio (Lake Linnévatn). In contrast,
the average summer (June-August) air temperatures varied from 1.7 to 5.4 and 2.0 to 5.7 °C
at Ny—Alesund (Lake Dieset) and Isfjord Radio (Lake Linnévatn), respectively (Figure 5).
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Figure 5. Estimated average winter (above, December-February) and summer (lower, June-August)
air temperatures (°C) at Ny-Alesund (left; Lake Dieset area) and Isfjord Radio (right; Lake Linnévatn
area) in the period 1950 to 2008. The lines are smoothed by GAM.

Both winter and summer air temperatures significantly co-varied between the two
meteorological locations (r = 0.83 and 0.90, respectively; df = 59; p < 0.001). Both weather
stations also recorded a decreasing air temperature trend (both winter and summer) from
1950 to 1978 and an increasing temperature from 1979 to 2008 (Figure 5).

The temporal trend in the back-calculated length based on measured otolith increments
in YOY Arctic charr was positively associated with the shift in temperature trends related
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to year class (Figure 6; Dieset: edf = 2.95. p < 0.001; Linnévatn: edf = 2.93, p < 0.001).
Further, the estimated growth of YOY Arctic charr from Lake Dieset and Lake Linnévatn
were both positively associated with increasing summer and winter air temperatures, and
negatively correlated with the accumulated snow depth (Figure 7, Table 1). For Lake Dieset,
the additive model showed an association with summer T (edf = 1.93, F = 23.45, p < 0.0001),
winter T (edf = 2.74, F = 6.15, p = 0.0004), and snow depth (edf =2.89, F = 8.12, p < 0.0001).
For Lake Linnévatn, the additive model showed an association with summer T (edf = 2.92,
F =13.29, p < 0.0001), winter T (edf = 1.28, F = 4.46, p = 0.018), and snow depth (edf =1,
F =5.94, p = 0.016). Based on the generalized cross-validation score, the inclusion of all
three predictors (summer and winter air temperatures, and snow accumulation) explained
more than 30% and 25% of the variation in YOY growth in the two lake systems of Lake
Dieset and Lake Linnévatn, respectively (Table 1).

Lake Dieset
2 _
RZy=0.144

Growth (mm)
=}
w
o

0.20

1950 1960 1970 1980 1990 2000 2010
Year class

Lake Linnévatn
040 R2;=0.183

Growth (mm)
=}
w
o

1950 1960 1970 1980 1990 2000
Year class

Figure 6. Estimated trends in fish growth in the young-of-the-year (YOY) Arctic charr from Lake
Dieset (above) and Lake Linnévatn (lower), Svalbard, based on back-calculation from sagittal otoliths.
The smooth lines are based on an additive model with year class as a predictor variable, and a spline
basis of dimension of 4 to reduce overfitting.
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Figure 7. Residual plot for the first summer growth (S0) in the young-of-the-year (YOY) Arctic
charr from Lake Dieset (left) and Lake Linnévatn (right), Svalbard, based on back-calculation from
otoliths, and in relation to summer air temperature (above), winter air temperature (middle) and
snow accumulations (lower).

Table 1. Influence on YOY growth explained by the different parameters (in %); summer
(June-August) temperature (summer T), winter (December—February) temperature (winter T), and
snow = mass balance. Percentage of variation explained (adjusted R?) with generalized cross-
validation score (in parenthesis) for all models used to predict the first summer growth. The best
models (in bold, based on GCV score) for both lakes included all three predictors. Note that the
sample sizes given as [N=] differ as mass balance was not available for all years, and that R? and
GCYV are not strictly comparable.

Lake Lake Dieset Lake Linnévatn
Year of Birth 14.4 (67.1) [N =772] 18.3 (47.6) [N =285]
Summer T 19.6 (63.0) [N =772] 10.9 (51.8) [N =285]
Winter T 16.0 (65.8) [N = 772] 1.9 (57.0) [N = 285]
Snow 0.00 (77.4) [N = 504] 3.9 (59.0) [N =190]
Summer T + Winter T 20.1 (62.7) [N = 772] 10.6 (52.2) [N = 285]
Summer T + Snow 30.3 (54.6) [N = 504] 22.5 (48.4) [N = 190]
Winter T + Snow 23.9 (59.4) [N = 504] 11.6 (55.1) [N = 190]
Summer T + Winter T + Snow 31.6 (53.9) [N = 504] 24.9 (47.1) [N = 190]

4. Discussion

The estimated first summer growth of young-of-the-year (YOY) Arctic charr in the
two lakes Linnévatn and Dieset, Svalbard, was found to be positively correlated with the
summer air temperature. To some extent, YOY growth was also positively correlated with
winter air temperature. This was most probably due to thinner ice formed in mild winters,
and thereby an earlier ice break-up. In contrast, we found a negative relationship between
the accumulated snow depth and growth in YOY Arctic charr.

Ref. [33] found that otolith-derived water temperatures estimated from YOY Arctic
charr sampled in Lake Dieset were consistent with temperatures found in the shallowest
part of the littoral areas in Svalbard lakes during summer. Further, they also found that the
otolith-derived temperatures differed significantly from the monitored water temperatures
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recorded at the outlet river. Ref. [34] captured all age classes of juveniles in Lake Dieset as
well as in the outlet river, with the exception of YOY Arctic charr that were never found in
the river. This corresponds well with our sampling in both Lake Dieset and Lake Linnévatn
(this study), i.e., that all YOY Arctic charr were caught close to the lake shore and at depths
of less than 20 cm. These shallow areas of the littoral zone are highly influenced by solar
radiation during the summer, thus explaining our findings demonstrating that summer
growth of YOY Arctic charr in Like Dieset and Lake Linnévatn was positively correlated
with the summer air temperature.

Otoliths continue to form annular zones even when the growth in body length has
ceased [35,36], and back-calculation of length of such fish based on annuli widths is not
possible. Likewise, in periods with rapid somatic growth, for instance, in Arctic charr
during the sea residence in summer [28] or when Arctic charr shift to cannibalistic behavior
(Svenning, unpublished), this is not manifested in a similar marked increase in otoliths
(see details in [28]). As a consequence, otoliths are highly reliable with regard to age
determination. However, the uncoupling of body and otolith growth reported for many
species (see, for instance [37,38], causes the general back-calculation of body length of older
fish based on annuli widths in otoliths to be problematic. The sampled otolith material from
lakes Dieset and Linnévatn, covering a period of more than 50 years, has made it possible
to relate the annual growth of Arctic charr to the fluctuation in climatic conditions on
Svalbard during this long period. We have used the size of YOY in this study, because this
age class seems to stay in the shallowest littoral area. This is contrary to the other juvenile
age classes and adult fish, who use both the deeper part of the littoral, profundal, and river
habitats with variable temperature regimes [33]. On the other hand, it is likely that all size
classes respond similarly to variations in temperature [12,16,39], and the positive growth
effect of YOY Arctic charr due to increased temperature is suggested to be representative
for all age groups.

The lake water temperature during the ice-free season is mainly influenced by the
timing of ice break-up and the following summer air temperature. Earlier studies have
indicated that ice break-up may be explained by air temperature alone [40,41]. Meanwhile,
more recent studies, such as [42], found that regional variation in ice-off dates in north-
western Canada were also driven by relationships between lake size, snow thickness, and
ice thickness. The annual mean air temperature in Svalbard has increased by 3-5 °C over
the last four to five decades [24]. This should have led to earlier ice break-ups in Svalbard
lakes. However, ref. [43] found that although the ice-free season in Lake Linnévatn has
increased by 1.5 days per year in the last ten years, the time of ice break-up has been
relatively constant. Further, water temperature has increased by an average of 0.06 °C per
year, and stayed warm for a longer period each autumn, thus indicating a further positive
effect on Arctic charr annual growth.

Mean winter and spring air temperatures have also shown an increasing trend in
mainland Norway since the 1990s [44], with a significant and accelerating trend of earlier
ice break-up and delayed freeze-up dates after 1991 [45]. A corresponding development
has also been described for lowland and subalpine lakes elsewhere in Europe, North
America, and in most of the northern hemisphere during the last decades, with a reduction
in lowland areas covered by snow, earlier ice break-ups, and increasing surface water
temperatures [46—48]. In the subarctic lake Takvatn, Norway, a positive effect of water
temperature and a negative effect of fish abundance on somatic growth were found in
individual juvenile Arctic charr [9]. This suggests that, as temperatures rise, the somatic
growth of Arctic charr will increase in high-latitude lakes. Our findings suggest a similar
development for YOY Arctic charr in the two Svalbard lakes studied.

Ref. [24] showed that in addition to air temperature, precipitation (both rain and
snow) in Svalbard has increased in the last decades. Increasing amounts of snow on top
of the ice in Svalbard lakes may compensate for increasing air temperature. Thus, this
may explain the timing of ice break-up showing no change over the last 10-15 years for
Lake Linnévatn [43], while dates of ice-cover have occurred later. The positive correla-
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tion between air temperature, and ice break-up and water temperature found in Lake
Linnévatn [43], plus a longer period with elevated temperatures in warmer years, support
the findings from our study;, i.e., the clear trend of a positive correlation between air tem-
perature and YOY growth in Arctic charr, both in Lake Linnévatn and Lake Dieset. Further,
the more or less constant annual timing of ice cover found for Lake Linnévatn [43] supports
our second finding, i.e., a negative relationship between accumulated snow depth and
growth in YOY Arctic charr.

Ice thickness in High Arctic lakes typically reaches its maximum in May [49]. Although
winter air temperatures in Svalbard show an increasing trend, the December—February
temperature is still well below zero. However, higher air temperatures may nevertheless
affect ice thickness on the lakes, i.e., ice becomes thinner, resulting in an earlier ice break-up
in summer, and a longer open-water season. In Lake Dieset, where the drainage area is
57 km?, of which more than 30% is covered by glaciers, the authors in [2], found a positive
correlation between the water level in the outlet river and the air temperature. Thus,
increasing air temperature obviously increases the melting of the glaciers, and depending
on the summer air temperature, may have a cooling effect on the water in the lake. With
future glacier loss due to melting, lakes fed by cool meltwater will more or less disappear,
and lake water temperatures may become considerably higher than today. Likewise, the
water flow in outlet rivers will be reduced; thereby, the access for migratory fish to feed in
seawater during summer, or to swim upriver from the sea may be hindered, i.e., leading
to a risk for collapse of anadromous Arctic charr populations in Svalbard and other High
Arctic Lake systems.

Temperature has pervasive effects on recruitment, year-class strength, somatic growth,
and other life history and behavioral traits in salmonid fishes, especially through metabolic
rates and food consumption [50]. When YOY and older juveniles of anadromous Arctic
charr obtain a better annual growth in length, both the survival and length of the freshwater
fish remain constant until smoltification and migration to salt water may be influenced.
A shorter time period in fresh water before smoltification may increase the number of
smolts due to reduced predation, thereby resulting in a higher density of migratory fish.
An increase in the length of YOY resident Arctic charr may also result in a higher annual
survival, causing larger year classes and resulting in an increased population density.
This, in turn, would lead to increased predation pressure on food resources, a lower food
intake by individual fish, and stagnation in growth at a smaller size [51]. A corresponding
development has been observed for brown trout on the Hardangervidda mountain plateau
(>1100 m a.s.L.), i.e., low accumulation of snow in spring, early ice-free lakes and streams,
and higher summer temperatures all contribute to larger and more numerous YOY [16].

As in most of the Arctic, the anadromous populations of Arctic charr in Svalbard are
far more attractive for commercial fishing than resident populations, mainly due to the
size and higher quality of the migratory fish. As a consequence, some of the Svalbard
populations were previously heavily exploited, resulting in a strong decrease in large
and spawning migratory fish. As a result of this, the Governor of Svalbard introduced a
sanctuary for some of the anadromous populations in 1993. This lasted until 1997, when
gillnetting was re-opened in four lakes. This was followed by a strict harvest quota for the
same populations after 2008. The anadromous Arctic charr population in Lake Linnévatn
has returned to a higher number than 30 years ago, but this is far less than before the 1950s.

Global warming is widespread, but it is occurring much faster in higher northern
latitudes [6]. Sea surface temperatures in the Barents Sea as well as on the western coast of
Svalbard have increased significantly during the last decades [52]. Thus, climate change
now facilitates the northward movement of many fishes previously constrained by low
temperatures from dispersal to High Arctic environments. Moreover, during the summers
of 2001 and 2006, the first recorded three-spined sticklebacks, Gasterosteus aculeatus, were
captured in Lake Linnévatn and Lake Straumsjoen, in Isfjorden, Svalbard [53]. These
mature sticklebacks, observed in two Svalbard lake systems, are the only evidence of a
vagrant occurrence of the species and not a verification of its establishment. Although an
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established population of sticklebacks may lead to food competition with juvenile Arctic
charr and/or a new vital prey for piscivorous Arctic charr, it is difficult to predict whether
a potential establishment of stickleback would have negative or positive consequences for
the production, life history, and harvest potential of Svalbard Arctic charr.

Even if climate warming leads to an increased somatic growth of Arctic charr in
High Arctic lakes, it is still uncertain how this will influence the life history and size-
structured interactions in Arctic charr populations [9]. In lakes with migratory Arctic charr
in Svalbard, improved annual somatic growth could potentially lead to larger year classes
and an increasing fraction of anadromous versus resident fish This implies a potential for
larger catch quotas and higher catches. However, in the longer term, warmer climates are
projected to eventually lead to complete loss of many Svalbard glaciers [54,55]. With the
loss of glaciers due to melting in lake catchments, rivers could potentially dry out in late
summer, thus hindering migration between freshwater and saltwater environments for
anadromous Arctic charr (see [28]). In the worst-case scenario, the highly valuable and
attractive anadromous Arctic charr populations could eventually disappear from Svalbard
lake systems.

5. Conclusions

The Arctic charr species complex dominates the fish communities in High Arctic
rivers and lakes. Besides being an essential component of the diversity of many High
Arctic fish communities, Arctic charr also comprise a significant economic resource as
food for northern people. Despite being adapted to extreme environmental conditions,
the distribution of Arctic charr is limited in the far north by abiotic barriers. This paper
exemplifies the possible impact of changes in climate on the growth of juvenile Arctic charr
in two populations in Svalbard. We further conclude that, in the longer term, a warmer
climate may lead to the complete loss of most glaciers along the western coast of Svalbard,
i.e., outlet rivers may dry out in summer/autumn, thus hindering migration between
saltwater and freshwater environments for migratory fish. Thus, in the worst-case scenario
the highly valuable and attractive anadromous Arctic charr populations could eventually
disappear from Svalbard lake systems.
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Abstract: During winter, stream fishes are vulnerable to semi-aquatic predators like mammals and
birds and reduce encounters by being active in darkness or under surface ice. Less is known about
the behavior of fishes towards instream piscivorous fishes. Here, we examined how surface ice and
light affected the anti-predator behavior of juvenile brown trout (Salmo trutta Linnaeus, 1758) in
relation to piscivorous burbot (Lota lota Linnaeus, 1758) and northern pike (Esox lucius Linnaeus,
1758) at 4 °C in experimental flumes. Trout had lower foraging and swimming activity and spent
more time sheltering when predators were present than when absent. In daylight, trout’s swimming
activity was not affected by predators, whereas in darkness trout were less active when predators
were present. Trout consumed more drifting prey during the day when ice was present, and they
positioned themselves further upstream when under ice cover, regardless of light conditions. Trout
stayed closer to conspecifics under ice, but only in the presence of pike. Piscivorous fishes thus
constitute an essential part of the predatory landscape of juvenile trout in winter, and thus loss of ice
cover caused by climate warming will likely affect trout’s interactions with predators.

Keywords: anti-predator; global changer; diel behavior; foraging; piscivores; predators

Key Contribution: Most studies involving predation on fishes in northern temperate streams in
winter have focused on prey behavior in relation to semi-aquatic predators like mammals and birds.
Here, we show that the prey also modify their behavior in the presence of instream piscivorous fishes
and how this interaction is affected by surface ice cover and light.

1. Introduction

The global climate is gradually becoming warmer [1], with the magnitude of the effect
dependent on location and time of year. In most northern latitudes, it is expected that
temperature increases will be more pronounced during winter than during summer [2].
Hence, the effects of global warming during winter may be profound and have direct and
indirect effects on organisms [3-5]. In aquatic systems situated in northern latitudes, the
effects of warmer winters on the physical environment have already been documented.
Warmer winters have resulted in reduced snow and ice cover, both temporally and spatially,
as well as erratic ice cover formation and breakup throughout winter [6-10]. Surface ice
cover is thought to protect ectothermic fish from many endothermic predators, and thus
ongoing and expected further reductions of the period with intact surface ice cover may
have negative effects for fish.

Many juvenile salmonids overwinter in streams and rivers, where they are vulner-
able to predation [11-13]. Semi-aquatic predators, such as mammals and birds, both
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endotherms, are some of the main winter predators of stream salmonids [11,13]. As poik-
ilotherms, salmonids and most other fishes have reduced predator detection and escape
capabilities during winter, as a result of constrained physiological performance at low
temperatures [14-17]. This thermal effect makes fish relatively easy to catch for these
endothermic predators. In addition, the abundance of terrestrial prey, e.g., reptiles, amphib-
ians and insects, for semi-aquatic predators is generally low in winter, whereas fish provide
a reliable food source.

Mammals and birds that prey on fish in winter are mainly active during daylight hours.
Stream fishes can therefore reduce their risk of being preyed upon if they reduce their
diurnal activity. During the day, juvenile salmonids seek shelter within dead wood, beaver
dams, crevices in the streambed or along undercut streambanks [18-21]. Stream fishes are
often nocturnal in winter as long as there is enough invertebrate prey to meet their energetic
needs. In fact, this relationship between food availability and diel activity is not only evident
during winter but in other seasons as well [22]. However, in winter, fish have low metabolic
rates in cold water, and therefore a reduced need to forage. Therefore, fish often remain
inactive during the day in winter, and this is not only true for salmonids [23-25], but also
other stream fishes such as minnows and galaxiids [26,27].

Surface ice cover reduces the risk that stream fishes succumb to predation by mammals
and birds [28]. Overwintering fish often have higher growth and survival rates when
surface ice cover is present than when it is absent [12,29-34]. Ice cover leads to larger
energy reserves, as fish increase the time they spend foraging and are less vigilant to
predators [30,33,35]. Stream salmonids are active both in darkness and in daylight when
surface ice cover is present [34,36]. In a winter field experiment, juvenile brown trout (Salmo
trutta Linnaeus, 1758) in stream sections covered with simulated surface ice cover had
higher growth rates, were more active and used more of the width of the stream during
the day than trout in exposed stream sections. Instead, trout in exposed sections remained
inactive and sheltered along the streambanks during the day [34]. Juvenile brown trout
have also been shown to allocate more time to foraging and territoriality in winter when
under ice cover [36,37]. Similarly, field studies of bull (Salvelinus confluentus Suckley, 1859)
and cutthroat (Oncorhynchus clarkii Richardson, 1836) trout show that these fishes spend less
time sheltering among instream structures if surface ice cover is present [38]. Salmonids also
exhibit reduced stress levels when surface ice cover is present, which has been quantified
as reductions in oxygen consumption [39], cortisol levels, opercular beat rate and lighter
body coloration [36,40]. Surface ice cover thus plays a major role in behavioral trade-offs
between foraging and predator avoidance of juvenile salmonids in winter [41,42].

In boreal regions, burbot (Lota lota Linnaeus, 1758) [43,44], northern pike (Esox lucius
Linnaeus, 1758) [45,46] and salmonids [47] prey on juvenile salmonids in winter. As
predicted, juvenile salmonids exhibit vigilance and anti-predator behaviors in the presence
of these predators. Juvenile brown trout are both less active and increase the time they
spend sheltering in winter when burbot are nearby [20,21]. Enefalk et al. [20] found that
trout sheltered less within the streambed and more among dead wood when a burbot
was present. This behavioral change has been interpreted as a response to the benthic
burrowing lifestyle of burbot. Filipsson et al. [21] found that juvenile trout maintained
positions further away from burbot in darkness, and in daylight trout sheltered under
overhead cover. It thus seems plausible that the risk of predation from piscivorous fish is
most pronounced in darkness (at night or under surface ice cover) when diurnal mammals
and birds are less successful at foraging for fish.

Climate warming and altered ice regimes are likely to have major consequences for
the winter ecology of stream salmonids. The aim of this study was to examine the anti-
predator behavior of an overwintering juvenile salmonid in the presence and absence of
surface ice cover. We observed the behavior of juvenile brown trout in an experimental
setting in darkness and in daylight, both with and without artificial surface ice cover
present. We studied the trout in the presence of either burbot or northern pike or in the
absence of predators. We chose these two predatory fish species as they are sympatric with
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overwintering juvenile brown trout. In addition, burbot is active at low temperatures and
mainly in darkness [48], whereas pike is a visual predator that has reduced physiological
performance at winter temperatures [49]. We predicted that trout would exhibit anti-
predator behaviors in the presence of burbot and pike. We also predicted that trout would
become more active and forage more when under ice cover, at least in daylight, when the
risk of predation from semi-aquatic, endothermic predators should be low, even though
predatory fish should still pose a threat.

2. Materials and Methods
2.1. Study Fish

We captured 76 juvenile brown trout (12 yearlings and 64 one-year-old fish) in
late September 2020, by electrofishing in the forest stream, Barlingshultsdlven, Sweden
(59°31.356' N 12°18.728" E). The fish were subsequently transported to the aquarium facility
at Karlstad University and kept in four 200 L aquaria (~20 trout in each aquarium). Trout
were acclimated to aquarium conditions for approximately 4 months before the experiment
commenced. Water in the aquaria was constantly filtered (EHEIM 2217 Classic canister
filter; Eheim GmbH & Co KG; sourced from Karlstad, Sweden) and cooled (Teco TK 2000,
Teco, sourced from Fornace Zarattini, Italy), and 25% of the water in each aquarium was
changed once a week. The water temperature in all aquaria was initially maintained at
11 °C, the temperature in the Barlingshultsdlven when trout were captured. After one week
of acclimatization, we reduced the water temperature by 1 °C/week, until temperatures
reached 4 °C in the beginning of December. Photoperiod followed natural daylight cycles.
During the acclimatization period, we fed trout approximately 1% of their body mass three
times a week with thawed, previously frozen, red chironomid larvae. At the beginning
of the experiment, the mean wet mass =+ SD of the trout was 10.02 & 4.66 g (min—max =
2.67-23.17 g). The mean total length & SD was 109 £ 19 mm (min-max = 71-151 mm).

One burbot and one pike were used as predators. The burbot (53 cm and 1064 g) was
captured using net cages during winter 2019 and was kept in a 4000 L flume until the
start of this experiment. The pike (53 cm and 1179 g) was captured by angling in early
October 2020 and kept in a second 4000 L flume. Burbot and pike were captured at the same
location, at the mouth of the River Klaralven, close to Lake Vanern, Sweden (59°21.905' N
13°33.075' E). Light conditions and the water temperature regime for these fish followed
the same protocol as for the brown trout. One week prior to starting the experiment, both
burbot and pike were fed two thawed, previously frozen, 5 g brown trout.

2.2. Experimental Design

This experiment was conducted in the mid-sections of three 7-meter-long stream
flumes (Figure 1). Glass windows on one side of the flumes enabled observations of
fish during the behavioral trials. We demarcated the sections of the flumes used for the
experiment with stainless steel mesh screens (mesh size 5.35 mm, thread 1 mm, 71% open
area). Two experimental arenas were constructed in each flume, separated by green plastic
net screens (mesh size 5.35 mm, thread 1 mm, 71% open area) attached to wood frames
(95 cm wide and 60 cm high). Upstream and downstream arenas had areas of 95 x 50 cm
and 95 x 130 c¢m, respectively. Burbot and pike were kept in the upstream sections, and
placed there 48 h before the experiment started. The third flume was kept completely free
from burbot and pike and functioned as a predator-free control. Downstream arenas served
as experimental arenas for the trout. The water depth in all the flumes was 25 cm, and the
average water velocity was 5 cm/s. Water temperature was kept constant at 4 £ 0.1 °C
throughout the experiment, and the substrate consisted of 5-20 mm gravel. In the middle
of each trout arena, we put one large stone (~10 X 5 x 3 cm) to provide a focal point for the
trout when foraging. We also attached a measuring scale to the flume’s glass panel, with
tick marks to enable measurements of the upstream-downstream position of the trout.
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Figure 1. Birds-eye view of the experimental setup. Predators, i.e., burbot or pike, were kept in
enclosed predator arenas upstream of the brown trout. We used net screens to separate trout from
the predators. A plastic sheet 10 cm above the substrate provided overhead shelter for the trout,
and a stone in the middle of the trout arenas provided a focal point when trout were foraging.
Red chironomid larvae were used as food for the trout and were delivered to the trout through a
funnel and tube, which entered the trout arenas through an opening in the net in the middle of the
cross-section at 5 cm water depth. No predators were present in the control treatment.

We constructed one large shelter for the trout per stream by attaching a thin black
opaque plastic sheet (975 x 190 x 5 mm) to three concrete blocks (10 x 16 x 3 cm). Four
iron legs (7 cm) supported each concrete block. We positioned the concrete blocks at each
end and in the middle of the shelters. The shelter structure was placed in an upstream-
downstream direction along the side opposite the glass panels (Figure 1). Ice cover was
simulated by using transparent multiwall polycarbonate boards (six layers, 30 mm thick
in total, hereafter these plastic boards are referred to as ice cover), cut to fit snugly over
the entire surface of the middle section of the stream flume. The ends of the boards were
covered with duct tape to prevent water from entering the walled chambers, and thus
ensuring that the boards would float on the water surface. The boards (ice cover) reduced
illuminance by ~200 Ix.

We conducted the experiment in January 2021. Prior to each trial, we removed six
trout from the holding aquaria and sorted them into three size-matched pairs. Trout were
anesthetized (benzocaine, 0.1 g/L), weighed and measured before the trials. Size differences
within each pair did not exceed 15 mm or 3 g and trout sizes did not differ between the
three predator treatments (One-way ANOVA, p > 0.8 for both wet mass and total length).
We placed one pair of trout into each of the three flumes. Thereafter, trout were left in the
flumes overnight for c. 12 h before observations of fish started. Trout were not fed during
the 48 h prior to the experimental trials. During the experiment, we kept the light regime at
17 h darkness and 7 h daylight, which reflects the natural daylight cycle for January in the
area from which the trout originated. Trout spent c. 20 h in the stream flumes during each
experimental trial.

During the experimental trials, each pair of trout was video recorded (Canon XA10;
Canon Inc.; sourced from Umed, Sweden) during four 10-min-long recording sessions
throughout the day. Two of the recording sessions were conducted in darkness (< 0.05 1x),
and occurred early in the morning and late in the afternoon. The remaining two recording
sessions were conducted in daylight (300 1x) in the morning and afternoon, between the
two recordings in darkness. We used infrared illuminators (IR illuminator No. 40748,
Kjell & Co Elektronik AB) and the infrared function on the camera to enable observations
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of fish in darkness. Four infrared illuminators were used for each flume, attached to wood
posts 50 cm directly above the water surface. During two of the four recording sessions,
one in darkness and one in daylight and either in the morning or in the afternoon, fish
were subjected to simulated ice cover by placing the plastic boards directly on the water’s
surface. We placed or removed artificial ice cover at least 5 h before any observations of fish
behavior. We randomized whether trout were subjected to surface ice cover in the morning
or in the afternoon.

We fed trout one red chironomid larvae (> 10 mm long) every 15 s during the first
three minutes of each recording session. Prey items were flushed with water through a
funnel and delivered through a plastic tube, which entered the flume through an opening
in the net screen in the middle of the upstream cross-section of the trout arenas at a water
depth of 5 cm. During the last 7 min of each recording session, trout were not fed but
behavioral observations still continued. We decided to feed trout for three minutes to
prevent fish from becoming satiated and thus be less willing to forage during the remaining
recording sessions throughout the day. When four 10-min recording sessions (during
darkness/daylight and with ice cover/no ice cover) had been carried out for all three
predator treatments (burbot, pike, control), trout were removed from the flumes and
replaced with new pairs of trout. In total, 12 pairs of trout were tested for each of the
three predator treatments, resulting in 72 trout being used for this experiment. When
all experimental trials had been carried out, all fish, including the pike and burbot, were
returned to the sites where they were caught.

2.3. Data Collection and Statistical Analyses

We examined the effects of predator presence, ice cover and light by quantifying data
for seven response variables. These data were obtained by the first author from watching
and scoring the following behaviors from the films: (1) whether trout foraged or not;
(2) the number of consumed prey; (3) whether trout exhibited aggressive behaviors or not;
(4) proportion of time that trout were active; (5) proportion of time that trout sheltered;
(6) distance between the trout’s anterior end and the upstream predator arenas (hereafter
referred to as distance from predator arena, regardless of predator presence/absence) and
(7) the average longitudinal distance between the two trout in each pair.

Foraging behavior was quantified both as a binomial response, if trout within a pair
foraged or not, and as the total number of prey that trout consumed (0 to 13 prey per trial).
Aggression was measured as a binomial response, whether trout pairs exhibited aggressive
behaviors or not. Activity was measured as the proportion of time that trout were actively
moving during each 10-min observation period, and shelter use was quantified as the
proportion of time that trout spent under the overhead shelter. To meet the assumptions for
statistical testing, we analyzed all variables expressed as proportions as arcsine transformed
proportions [50], based on the arithmetic mean for each pair of trout. The position of
each trout in the upstream-downstream (longitudinal) direction was measured every 15,
and from these values, we could estimate the average trout distance from the predator
demarcation and the average distance between trout in the upstream-downstream direction
(longitudinal) during every recording session. Trout distances were measured in body
lengths, based on the average length of the two trout in each pair.

We analyzed all data using generalized linear mixed models. The models included
predator treatment as a between-subject factor and ice cover and light treatments as within-
subject factors. We also included the 3-min session when trout received food and the
subsequent 7-min session when trout did not receive food as two different levels in a within-
subject factor, hereafter referred to as the “feeding” term. Statistical models used to analyze
foraging behavior did not include this within-subject feeding term as an explanatory
variable, as trout were only exposed to drifting prey (i.e., foraging) during the first three
minutes of the 10-min observation period. All treatments were tested in full-factorial models
that included all interaction terms. In addition, we added the mean body mass of each trout
pair as a covariate to the models. We also conducted three pairwise contrasts (burbot vs.
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control, pike vs. control, burbot vs. pike), which were determined a priori. For all behaviors
except foraging and aggression, a linear distribution was used, as these datasets met
assumptions of normality and homoscedasticity. Whether trout fed or exhibited aggressive
behaviors or not (i.e., binary outcomes), was analyzed using a binomial distribution. We
analyzed the number of consumed prey by using a negative binomial distribution. For
the model on aggression, we excluded observations in darkness, as no trout exhibited
aggressive behaviors in the presence of pike in darkness or in the presence of burbot under
ice cover in darkness. We used compound symmetry covariance structures, as all models
included repeated measures [51]. All statistical analyses were conducted in IBM SPSS
Statistics 26 (IBM).

3. Results
3.1. Foraging Behavior

Only the presence of a predator (F; 127 = 4.35, p = 0.02) and light conditions (Fy 127 = 14.14,
p < 0.001) had significant effects on the number of trout pairs that foraged; none of the other
factors were significant (Appendix A). Pairwise contrasts between predator treatments
showed that the number of trout that foraged differed statistically between burbot and
control treatments (p = 0.017), and pike and control treatments (p = 0.001), but not between
burbot and pike treatments (p = 0.25). More trout foraged in daylight (86%) than in darkness
(66%) (Figure 2A). In the darkness, fewer trout foraged in the presence of a pike (42%) and
burbot (75%) than in the control treatments (83%) (Figure 2A). This difference was not as
pronounced in daylight, where 75% of trout foraged in the presence of pike, 92% in the
presence of burbot and 92% in the control treatments.
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Figure 2. Effects of the presence of piscivorous fish, surface ice cover and light conditions on the
(day/night) foraging behavior of juvenile brown trout. Foraging behavior is quantified as (A) the
number of trout pairs (out of 12) that foraged and (B) the number of consumed prey (out of 13). Error
bars in panel B indicate & 1 SE.
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Light conditions (Fy 127 = 53.55, p < 0.001) and the light x ice cover interaction (Fy 127 = 6.25,
p = 0.01) affected the foraging rate of trout. Trout consumed almost four times as much
prey in daylight compared to darkness. When ice cover was present, trout consumed more
prey during the day but fewer prey in darkness (Figure 2B). The number of consumed prey
also differed with trout size (Fq 127 = 4.49, p = 0.04), as larger trout captured fewer prey.
None of the other fixed terms or interactions had a significant effect on foraging behavior
(Appendix A).

3.2. Aggression

No trout exhibited aggression in the presence of pike in darkness, or in the presence
of burbot in darkness when surface ice cover was present (Figure 3). Only 8% of trout
exhibited aggression in darkness during foraging trials, compared to 42% in daylight.
During the 7-min observation periods after the foraging trials, 19% of trout exhibited
aggression in darkness and 56% in daylight. In the presence of ice cover, 47% of trout
exhibited aggression, compared to 39% when no ice cover was present. In the presence of
burbot, 75% of trout exhibited aggression, similar to the control, whereas in the presence
of pike only 33% of the trout exhibited aggression (Figure 3). Predator, ice cover and light
treatments did not have significant effects on aggression (Appendix A). The only significant
difference in the number of trout pairs that exhibited aggression was between the initial
three minutes of foraging and the following seven minutes (Fq,127 = 6.53, p = 0.01). In total,
47% of trout exhibited aggression during the 3-min long period when drifting prey were
delivered, whereas 58% did so during the subsequent 7-min period without drifting prey.

g |A; during feeding @Night/ Ice
ENight/ No ice
@ Day/ Ice

g ODay/ No ice

No. pairs exhibiting aggression
B

2 %
/
O%HH 1

g |B; after feeding

No. pairs exhibiting aggression
N

2 %
0
Burbot Pike Control

Figure 3. The number of trout pairs (out of 12) that exhibited aggression under different predator,
ice cover and light treatments (day/night), both during the 3-min period when drifting prey were
delivered (foraging trials) (A) and the 7-min period immediately after (B).
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3.3. Activity and Shelter Use

Trout reduced their swimming activity both in the presence of a predator (F 271 =7.29,
p <0.001) and in darkness (F1 71 = 25.81, p < 0.001). Pairwise contrasts indicated statisti-
cal differences between burbot and control treatments (p = 0.026), and pike and control
treatments (p < 0.001), but not between burbot and pike treatments (p = 0.10). There was a
significant interaction effect between predator and light treatments (F, 271 = 6.52, p = 0.002).
On average, trout were 29% less active in darkness than in daylight (Figure 4A,B), and this
difference was almost entirely attributed to the behavioral change of trout in the presence
of predators. Trout in the control treatment spent on average the same amount of time
active (67%) regardless of light treatment. In the presence of burbot and pike, trout were 33
and 51% less active in darkness than in daylight, respectively (Figure 4A,B).

B Night/ Ice
B Night/ No ice

BDay/ Ice
‘} DDay/ No ice

C; during feeding D; after feeding

Burbot

Pike Control Burbot Pike Control

Figure 4. Effects of the presence of piscivorous fish, surface ice cover and light conditions on
the (day/night) proportion of time that juvenile brown trout are (A,B) actively swimming and
(C,D) seeking shelter under overhead cover, during and after the feeding period, i.e., during the
3-min period when drifting prey were delivered and the 7-min period immediately after. Error bars
indicate & 1 SE.

Both predator presence (F271 = 3.70, p = 0.03) and light treatment (F1 271 = 11.35,
p < 0.001) had significant effects on the amount of time that trout spent sheltering. Pairwise
contrasts between predator treatments indicated that only the difference between pike and
control treatments was statistically significant (p = 0.007), not differences between burbot
and control treatments (p = 0.11) or burbot and pike treatments (p = 0.25). Trout spent
more time sheltering when pike was present and in daylight (Figure 4C,D). On average,
trout spent 30% of their time sheltering in the presence of a burbot, 37% in the presence
of a pike and 16% when no predators were present. The amount of time that trout spent
sheltering was, on average, 35% higher in daylight than in darkness. None of the other
fixed terms or interactions had significant effects on the proportion of time that trout spent
actively swimming or sheltering (Appendix A). Trout mass had a significant effect on
both the proportion of time that trout spent actively swimming (F2 271 = 8.72, p = 0.003)
and sheltering (F; 271 = 8.94, p = 0.003) (Appendix A). Time that trout spent being active
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correlated negatively with body size, whereas the time they spent sheltering correlated
positively with size.

3.4. Position of Trout in the Flumes

Ice cover (F167 = 13.48, p < 0.001) and light treatments (F; 267 = 8.16, p = 0.01) had
significant effects on the distance the trout were from the predator arena. On average,
trout positioned themselves further upstream when ice cover was present and in daylight
(Figure 5A,B). Both the predator x ice cover interaction (Fj 65 = 6.60, p < 0.001) and ice
cover x light interaction (Fj 565 = 4.72, p = 0.03) had significant effects on the longitudinal
distance between trout within pairs. Trout positioned themselves closer to one another
when surface ice cover was absent, but only in the presence of a pike. When both surface
ice cover and pike were present, trout on average kept a longitudinal distance of 4.3 body
lengths from each other. In pike treatments without surface ice cover, trout kept an average
distance of 2.7 body lengths from each other (Figure 5C,D). In general, trout kept a greater
distance from each other when ice cover was present in darkness, whereas in daylight this
pattern was reversed. No other fixed factors or interactions had a significant effect on the
position of trout in the flumes (Appendix A).
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Figure 5. Effects of the presence of piscivorous fish, surface ice cover and light conditions (day/night)
on the longitudinal distance between the trout pairs and between the trout and the predator arena
(trout positions along the upstream-downstream axis) in the experimental flumes, during and after the
feeding period, i.e., during the 3-min period when drifting prey were delivered and the 7-min period
immediately after. The panels show (A,B) how far the trout positioned themselves downstream of the
demarcation lines of the predator arenas (no predators present in control treatments), and (C,D) the
average distance between the two trout in each pair. Error bars indicate & 1 SE.

4. Discussion

In this study, we found that juvenile brown trout exhibited anti-predator behaviors
in the presence of piscivorous fish, e.g., reduced propensity to forage, lower activity and
increased time spent sheltering. Piscivorous fish have been previously shown to affect
the ecology and behavior of overwintering stream salmonids [11,12,20,21]. Diel variation
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in behavior during winter has however often been attributed to the diurnal activity of
semi-aquatic mammals and birds [13,34,36]. Predation from these endothermic animals
is likely one of the main contributors to fish mortality in winter, and a major driver of
behavioral adaptation to avoid predators. However, piscivorous fish may also constitute
an essential part of the predatory landscape of stream salmonids in winter [21,52], and
light and ice cover conditions can affect how juvenile salmonids respond in the presence of
piscivorous fish.

Trout in our study had similar activity levels in daylight, regardless of whether a
predator was present or not, but were less active in darkness when predators were nearby.
Considering the fact that piscivorous fish are targeted as prey by mammals and birds, these
fishes are also likely to reduce their activity during the day in winter. This could explain the
higher vigilance of juvenile salmonids in the presence of piscivorous fish at night. Likewise,
as juvenile salmonids are more vigilant towards predatory birds and mammals in daylight
they may not pay as much attention to piscivorous fish. In addition, some piscivorous
fish species that occur in boreal streams are generally nocturnal, such as the winter-active
burbot that we used in this experiment [53-56]. Stream salmonids are mainly nocturnal in
winter and tend to forage in darkness as long as their energetic needs can be fulfilled [22],
but have higher foraging efficiency in daylight than in darkness [30,57]. A high energetic
demand may explain why trout in this study mainly were active and foraged in daylight.
Trout positioned themselves further upstream in daylight than in darkness, which also may
indicate active foraging behavior during the day. Prior to each behavioral trial, we did not
feed trout for 48 h, which may have resulted in the trout having a high propensity to forage
during the trials. In addition, the water temperature during this experiment was relatively
high (4 °C).

We used both burbot and northern pike as predators in our study. Burbot are mainly
nocturnal, active at low temperatures, can locate their prey by olfactory cues, and are
known to excavate the streambed in search of prey [48,53,55,56]. Pike is a diurnal visual
predator that has reduced foraging success at low temperatures [49]. In our study, trout
exhibited similar changes in foraging behavior and activity to both predators. Both burbot
and pike may constitute a threat under low light conditions when semi-aquatic endothermic
predators are not as active. Burbot and pike are common in the stream where we captured
trout for this study (Karl Filipsson, personal observations during electrofishing), and it
therefore seems plausible that trout from this stream would have anti-predator responses
to both burbot and pike. In addition, fishes (including juvenile salmonids) elicit more
pronounced anti-predator responses if the predator has been feeding on conspecifics [58,59].
Studies of European perch (Perca fluviatilis Linnaeus, 1758) show that fish can respond
stronger to predators when they can both see and smell them [60], and if predators have
consumed the prey prior to experimental testing, the prey may respond even stronger to
the predators. Both burbot and pike were fed brown trout prior to the experimental trials,
which may have increased the vigilance and resulted in more pronounced anti-predator
responses by the trout in our study.

Trout consumed more prey when surface ice cover was present in daylight than at
night. Earlier work shows that when ice cover is present juvenile brown trout may forage
more during the day [37], although other studies show no effect of surface ice cover on
foraging behavior [36]. In the study by Watz et al. [37] trout were tested in pairs, similar to
in this study, whereas in the study by Watz et al. [36] trout were tested in groups of four.
It is thus possible that the behavior of juvenile trout is affected by group dynamics and
social interactions that depend on the number of fish present. Similarly, trout in the study
by Watz et al. [36] exhibited higher swimming activity and more aggressive behaviors
when surface ice cover was present, which we did not observe in our study. We used
plastic boards to simulate ice cover, and it is possible that real surface ice has properties
other than reducing light and functioning as a physical barrier and insulation, which may
affect fish behavior. For example, surface ice cover in contact with stream surface water
affects hydrology [61], and light conditions differ depending on the thickness of both the
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ice cover itself and the snow layer on top of the ice. Real ice cover has been used in some
experimental studies on salmonid behavior [36,37], but plastic sheets [34] and reduced
light [30] have been used to simulate ice cover as well. All of these studies have generated
the predicted biological responses of salmonids under surface ice. We also found that
trout positioned themselves further upstream (nearer to the predator arena) when ice cover
was present, possibly at locations more beneficial for foraging. In treatments with pike,
trout also positioned themselves further away from each other (longitudinal direction)
when ice cover was present. This could be a response to the lunging foraging style of pike,
assuming pike would forage more when ice cover is present, and thus trout attempt to
reduce their risk of being preyed upon by keeping a greater distance from conspecifics.
Current knowledge only provides limited insights into the behavioral effects of surface ice
cover. Research on this topic thus seems especially timely considering the current loss of
winter ice cover at northern latitudes.

5. Conclusions

Changes in snow and ice cover are some of the most evident effects of climate warm-
ing in temperate and boreal regions [2,9,62,63]. These changes have resulted in less ice
cover spatially and temporally and in more erratic ice cover formation and breakup
throughout winter [7,10], which can have a major impact on the ecology of overwin-
tering fishes [30,33,34]. This study presents results on the diel winter behavior of a juvenile
salmonid and shows that behavioral responses are affected by the presence of piscivo-
rous fish and by surface ice cover. Ice cover and light conditions play an important role
in behavioral trade-offs of overwintering stream fishes [12,34]. These trade-offs revolve
around whether or not fish should allocate time to foraging or be vigilant to predators [21].
Behavioral decisions can affect overwinter survival, and thus population dynamics, but also
how anti-predator responses are shaped through evolutionary adaptation [41,42]. Evident
changes to the northern winter environment, i.e., loss of ice and snow, are already notice-
able [2,7] and will likely have major effects on the dynamics of predator-prey interactions.
Results from experimental studies like the one we present here thus provide knowledge
on how overwintering stream fishes are adapted to encounters with predators, and the
possible effects that global change has on these interactions.
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Appendix A

Table A1l. Fixed effects from generalized linear mixed models, exploring the behavioral responses

of juvenile brown trout under experimental winter conditions. The effects of predator presence

(between-subject treatment), surface ice cover, light conditions and differences during and after

the feeding period (i.e., during the 3-min period when drifting prey were delivered and the 7-min

period immediately after, i.e., the within-subject factor “feeding”), as well as all interactions between

these treatments, are included. Trout body mass is included as a covariate. p-values in bold denote

statistically significant effects.

Variable Source of Variation 3 df P

Foraging (Y/N) Predator 4.35 2,127 0.02

binomial distribution Ice cover 0.01 1,127 0.91
Light 14.14 1,127 <0.001

Predator x Ice cover 0.44 2,127 0.65

Predator x Light 0.61 2,127 0.55

Ice cover x Light 0.51 1,127 0.48

Predator x Ice cover x Light 0.34 2,127 0.72

Mass 0.79 1,127 0.38

Foraging rate (continuous) Predator 1.96 2,127 0.15

linear distribution Ice cover 3.12 1,127 0.08
Light 53.55 1,127 <0.001

Predator x Ice cover 0.07 2,127 0.94

Predator x Light 1.94 2,127 0.15

Ice cover x Light 6.25 1,127 0.01

Predator x Ice cover x Light 0.43 2,127 0.65

Mass 4.49 1,127 0.04

Aggression (Y/N) Predator 1.00 2,131 0.37

binomial distribution Ice cover 0.34 1,131 0.56

Feeding 6.53 1,131 0.01

Predator x Ice cover 0.79 2,131 0.46

Predator x Feeding 0.26 2,131 0.77

Ice cover x Feeding 0.01 1,131 0.93

Predator x Ice cover x Feeding 0.16 2,131 0.85

Mass 3.62 1,131 0.06
Swimming activity (proportion) Predator 7.29 2,271 <0.001

linear distribution Ice cover 0.01 1,271 0.91
Light 25.81 1,271 <0.001

Feeding 3.02 1,271 0.08

Predator x Ice cover 0.31 2,271 0.73

Predator x Light 6.52 2,271 0.002

Predator x Feeding 0.01 2,271 0.96

Ice cover x Light 0.86 1,271 0.36

Ice cover x Feeding 0.33 1,271 0.57

Light x Feeding 0.02 1,271 0.88
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Table Al. Cont.

Variable Source of Variation F df P

Predator x Ice cover x Light 0.20 2,271 0.99

Predator x Light x Feeding 0.13 2,271 0.88

Ice cover x Light x Feeding 0.18 1,271 0.67

Predator x Ice cover x Feeding 0.78 2,271 0.46

Predator x Ice cover x Light x Feeding 0.08 2,271 0.92

Mass 8.72 1,271 0.003

Shelter use (proportion) Predator 3.70 2,271 0.03

linear distribution Ice cover 2.52 1,271 0.11
Light 11.35 1,271 <0.001

Feeding 0.72 1,271 0.40

Predator x Ice cover 1.88 2,271 0.16

Predator x Light 1.05 2,271 0.35

Predator x Feeding 0.13 2,271 0.88

Ice cover x Light 0.77 1,271 0.38

Ice cover x Feeding 0.23 1,271 0.63

Light x Feeding 0.33 1,271 0.57

Predator x Ice cover x Light 1.10 2,271 0.34

Predator x Light x Feeding 0.12 2,271 0.88

Ice cover x Light x Feeding 0.00 1,271 0.97

Predator x Ice cover x Feeding 0.27 2,271 0.76

Predator x Ice cover x Light x Feeding 0.03 2,271 0.98

Mass 8.94 1,271 0.003

Dism“ce( gﬁf:gi:)tor arena Predator 1.54 2,267 0.22
linear distribution Ice cover 13.48 1,267 <0.001

Light 8.16 1,267 0.01

Feeding 0.59 1,267 0.44

Predator x Ice cover 1.25 2,267 0.29

Predator x Light 2.55 2,267 0.08

Predator x Feeding 0.15 2,267 0.86

Ice cover x Light 0.01 1,267 0.82

Ice cover x Feeding 0.00 1,267 0.98

Light x Feeding 0.06 1,267 0.81

Predator x Ice cover x Light 2.84 2,267 0.06

Predator x Light x Feeding 0.09 2,267 0.92

Ice cover x Light x Feeding 0.36 1,267 0.55

Predator x Ice cover x Feeding 0.35 2,267 0.70

Predator x Ice cover x Light x Feeding 0.64 2,267 0.53
Mass 13.34 1,267 <0.001

Distance between trout Predator 0.18 2,265 0.83

(continuous)
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Table Al. Cont.

Variable Source of Variation F df P
linear distribution Ice cover 2.46 1,265 0.12
Light 2.76 1,265 0.10
Feeding 0.18 1,265 0.67
Predator x Ice cover 6.60 2,265 <0.001
Predator x Light 0.58 2,265 0.57
Predator x Feeding 0.29 2,265 0.75
Ice cover x Light 4.72 1,265 0.03
Ice cover x Feeding 0.16 1,265 0.69
Light x Feeding 0.01 1,265 0.92
Predator x Ice cover x Light 2.04 2,265 0.13
Predator x Light x Feeding 0.21 2,265 0.81
Ice cover x Light x Feeding 0.00 1,265 0.98
Predator x Ice cover x Feeding 1.78 2,265 0.17
Predator x Ice cover x Light x Feeding 0.75 2,265 0.47
Mass 1.21 1,265 0.27
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