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Abstract
Smoltification prepares juvenile Atlantic salmon (Salmo salar) for downstream migration. Dramatic changes characterize
this crucial event in the salmon’s life cycle, including increased gill N
 a+/K+-ATPase activity (NKA) and plasma hormone
levels. The triggering of smoltification relies on photoperiod and is modulated by temperature. Both provide reliable information, to which fish have adapted for thousands of years, that allows deciphering daily and calendar time. Here we studied
the impact of different photoperiod (natural, sustained winter solstice) and temperature (natural, ~ + 4° C) combinations, on
gill NKA, plasma free triiodothyronine (T3) and thyroxine (T4), and melatonin (MEL; the time-keeping hormone), throughout smoltification. We also studied the impact of temperature history on pineal gland MEL production in vitro. The spring
increase in gill NKA was less pronounced in smolts kept under sustained winter photoperiod and/or elevated temperature.
Plasma thyroid hormone levels displayed day–night variations, which were affected by elevated temperature, either independently from photoperiod (decrease in T3 levels) or under natural photoperiod exclusively (increase in T4 nocturnal levels).
Nocturnal MEL secretion was potentiated by the elevated temperature, which also altered the MEL profile under sustained
winter photoperiod. Temperature also affected pineal MEL production in vitro, a response that depended on previous environmental acclimation of the organ. The results support the view that the salmon pineal is a photoperiod and temperature
sensor, highlight the complexity of the interaction of these environmental factors on the endocrine system of S. salar, and
indicate that climate change might compromise salmon’s time “deciphering” during smoltification, downstream migration
and seawater residence.
Keywords Atlantic salmon · Smoltification · Temperature · Thyroid hormones · Melatonin
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WPT+	Winter photoperiod and increased temperature
MEL	Melatonin
LD	Light:Dark
GH	Growth hormone
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Introduction
Fish have developed light and temperature detection systems that allow orientation in space and time and regulation of metabolism, physiology and behavior. Light detection is performed by the retina, pineal organ, deep brain
photoreceptors and skin (Falcón 1999; Falcón and Zohar
2018). Temperature detection is performed by neurons
located in the pineal organ, brain, lateral line and spinal
cord (Nisembaum et al. 2015 and refs). The concomitant
action of light and temperature in the photoreceptor cells
of the pineal organ regulates the rhythmic secretion of
the time-keeper hormone melatonin (MEL) (Falcón 1999,
2007; Falcón and Zohar 2018). The alternation of light [L]
and dark [D] phases of the 24 h cycle [LD cycle] dictates
the duration of the melatonin surge, while the amplitude
of the melatonin surge reflects the ambient temperature,
a response that depends on the thermal preference of the
species (Cazaméa-Catalan et al. 2013, 2014; Falcón 1999).
Thus, the daily and seasonal variations of light and temperature shape the melatonin oscillation, providing a reliable indication of daily and calendar time. In turn melatonin regulates the daily and annual timing of a number of
important physiological parameters, including the control
of plasma glucose and electrolytes levels, cell division
cycle, growth, hormonal regulations, feeding, and behavior (locomotor activity, vertical and horizontal migration,
schooling, skin pigmentation, reproduction) (Falcón et al.
2007; Falcón et al. 2010; Falcón and Zohar 2018). For
these reasons, the possible involvement of melatonin in
the control of salmonid smoltification has been suggested.
Smoltification is a crucial and precisely timed event
in the salmons’ life cycle; it consists of dramatic changes
at all levels of organization that conditions juveniles for
downstream migration, seawater entry and marine residence (Björnsson et al. 2011; Hoar 1976, 1988; McCormick et al. 1998; Stefansson et al. 2008). One main event
during salmon smoltification is the increase in the activity
of Na+/K+ ATPase (NKA) in the gills, which is strongly
correlated to increased salinity tolerance (Boeuf et al.
1989; McCormick 1996; McCormick et al. 1987). While
photoperiod is considered the primary environmental factor controlling smoltification (Björnsson 1997; Duston and
Saunders 1990; Hoar 1988), temperature plays an important role in the development and loss of seawater tolerance
(Handeland et al. 2004; McCormick et al. 1999). In addition, smolt development has proven to be strongly related
to the cumulative temperature experienced (degrees day;
Sigholt et al. 1998) as well as the initiation and termination of downstream migratory behavior (Zydlewski et al.
2005). The role of melatonin in controlling smoltification
is unclear; experiments using photoperiod manipulation,
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pinealectomy and/or melatonin administration have led
to contrasting results (Handeland et al. 2013; Iigo et al.
2005; Kulczykowska et al. 2004; López-Patiño et al. 2011;
Mardones et al. 2018; Porter et al. 1998; Rourke 1994;
Sangiao‐Alvarellos et al. 2007). However, as highlighted
elsewhere, melatonin effects depend on many factors,
including time of day and of year, age, sex, and the daily
and seasonal regulation of the receptor subtypes expressed
(Falcón et al. 2007, 2010; Falcón and Zohar 2018). Accumulated evidence suggests that melatonin interacts with
several regulators of smoltification: (i) Entry into seawater is accompanied by a transitory increase in plasma
melatonin titers in Coho Salmon (Oncorhynchus kisutch;
Gern et al. 1984), in agreement with the demonstration
that increased salinity promotes melatonin synthesis in the
rainbow trout (Oncorhynchus mykiss) pineal organ (LópezPatiño et al. 2011). (ii) Melatonin modulates, in vitro, the
production of growth hormone (GH) and prolactin (PRL)
in O. mykiss (Falcón et al. 2003), and of cortisol in goldfish (Carassius auratus; Azpeleta et al. 2010); these hormones play a crucial role during smoltification in controlling gill NKA activity and salinity tolerance (Björnsson
et al. 2011; McCormick 2013). (iii) Melatonin receptors
have been identified in O. mykiss gills (Kulczykowska
et al. 2006). (iv) Melatonin interacts with NKA (Sangiao‐
Alvarellos et al. 2007), and with thyroid hormones (Kulczykowska et al. 2004; Premabati et al. 2018). Although the
impact of thyroid hormones (T3, T4) on the development
of salinity tolerance is thought to be limited (Madsen and
Kosgaard 1989; McCormick 2001), their actions on other
aspects of smolting include control of growth, metabolism,
pigmentation (body silvering), olfactory imprinting and
locomotor activity (McCormick 2013).
Global changes, particularly those related to increased
temperature, are likely to affect all timed processes in
salmon species in particular, and in all fish species in general. Indeed, the rise in temperature observed these last
decades may seriously compromise the photoperiod/temperature interaction established after thousands of years of
adaptation, and thus disrupt the appropriate synchronization of the fish rhythmic processes as well as affecting the
general metabolism. The mismatch between the timing of
downstream migration and appropriate ocean conditions is
predicted to have substantial impacts on the sustainability of
salmon populations (McCormick et al. 1998; Marschall et al.
2011). This constitutes a serious threat, with dramatic consequences particularly in species like the Atlantic salmon,
Salmo salar, from the Loire-Allier basin (France), which
are at the southern edge of their distribution and perform an
extremely long migration distance from the spawning area
to the sea (~ 900 km; Imbert et al. 2013).
Predicting and mitigating the impact of temperature
change on the timing of salmon migration will require an
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increased understanding of the effect of temperature on
mechanisms controlling smolt development and downstream
migratory behavior. A temperature rise, up to nearly 4 °C, is
predicted for the end of this century in the Loire basin, especially in summer and autumn periods (Moatar et al. 2010).
As part of a larger project that aims at better understanding
the impact of the ongoing rise in temperature on S. salar
from the Loire/Allier basin (Gosse et al. 2008; Martin et al.
2012), we report here the impact of a ~ 4 °C rise in water
temperature on physiological markers of smoltification,
thyroid hormones and melatonin in fish maintained under
natural or winter photoperiod. We also report on the in vitro
effects of temperature challenges on melatonin response
from pineal glands with different temperature history.

Materials and methods
Animal housing and sampling
S. salar (Linnaeus) were raised indoors at the Conservatoire National du Saumon Sauvage (CNSS, France, 45°N;
http://www.saumon-sauvage.org/). The hatchery produces
juvenile salmon which are released into the river at different developmental stages as part of a restoration program
to enhance the population of the Loire-Allier basin, currently under threat of extinction. Wild male and female
adult salmon, caught in the Allier River at the Vichy Dam
(620 km from the Loire Estuary) were used to produce 1st
generation hatchery-reared progeny. Early rearing occurred
under natural photoperiod and standard hatchery conditions
as described elsewhere (Martin et al. 2012).

natural photoperiod using an outside light sensor controlling
the light above each tank. The light source was a 125 W high
pressure mercury vapor light (Hpl N-E27-125 W—4200 K;
Philips, Amsterdam, Netherlands) placed in a central position above the tank and providing 50 lx at the level of the
water surface. Fish were fed using automatic feeders.
At the time of winter solstice (December 21) four tanks
were kept under a natural photoperiod (NP) regime, while
the other four were kept under the winter photoperiod (WP)
regime for the whole duration of the experiment (Fig. 1).
Two tanks of each photoperiod condition were maintained in
river water at the natural temperature (NPT [= control fish]
and WPT); in the other two tanks, temperature was increased
as indicated in Fig. 1 (NPT + and WPT +, respectively). For
each experimental condition, one tank was intended for samplings and another tank for filming the swimming behavior.
Maintaining a steady state temperature increase throughout the investigation was made difficult because of technical
and economic constraints. As indicated in Fig. 1, an increase
of 3 ± 0.5 °C was reached during the first 25 days and of
5 ± 1 °C between days 25 and 100. From April, the difference diminished progressively as the water temperature from
the river increased with season, until no more difference was
seen anymore.
Fish were sampled at noon at the times of the year indicated on the x-axis of Fig. 1. They were anesthetized as mentioned above, weighed, measured and then decapitated for

In vitro experiments
Adult fish (600 ± 50 g b.w.), raised at the hatchery in fresh
water, under natural temperature and simulated natural photoperiod, were sacrificed by anesthetic overdose (Eugenol)
followed by decapitation. The pineal organs were sampled,
dipped and kept in ice cold culture medium until arrival at
the laboratory (less than 7 h).
In vivo experiments
In December, pre-smolt fish (23.7 ± 0.6 g b.w.) in the “upper
mode”, i.e., large enough to become smolts in spring (Elson
1957; Thorpe 1977; Thorpe and Morgan 1980), were distributed in four 5.5 m3 cylindrical tanks (100 fish/tank), supplied with running water from the River Allier, at a flow of
3 l/s until April, and then progressively increased to 7 l/s
when water temperature reached values above 13 °C. This
ensured a concentration of dissolved oxygen higher than
7 mg/l (Martin et al. 2012). Fish were kept under a simulated

Fig. 1  Experimental design. The y axis on the right indicates day
length (0 h on top and 24 h on the bottom), which is also reflected by
the white and dark backgrounds in the figure. The temperature conditions are indicated by the black (natural) and white (experimental)
dots (y left axis). The fish were selected and placed in their respective tanks in December. The first sampling (December 15th) was performed before initiating the experimental conditions. The interrupted
vertical line indicates the time (December 21st) at which the different experimental conditions were initiated (natural or sustained winter solstice photoperiod, combined to the temperature’s regimes); the
dates of the sampling are indicated in the x-axis. The inset indicates
the measured difference in temperature between the normal and the
elevated condition. Error bars are removed for clarity
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tissue samplings. Gill filaments were placed into SEI buffer
(150 mM sucrose, 10 mM ethylene diamine tetra-acetic acid
(EDTA) and 50 mM imidazole) immediately frozen on dry
ice, and stored at − 80 °C until use. Every 2 months 8 fish
were sampled every 4 h of a daily cycle and plasma was
sampled from the caudal blood vessels using heparinized
syringes. Blood was kept at 4 °C for 24 h, and then centrifuged 4 min at 5000 rpm; the plasma was stored at − 80 °C
until melatonin and thyroid hormones were quantified.
The study was carried out indoors at the Conservatoire
National du Saumon Sauvage (CNSS), Chanteuges, France
(Agreement N° B43 056 005; according to the “ARRETE
N° DDCSPP/CS/2016/40″). The research project and experiments were performed in accordance with the guidelines and
regulations approved by the “Ethics Committee for Animal
Experiment of Languedoc-Roussillon (C2EA-LR/C2EA36)” N° A6601601, and following the European Union
regulations (European directive 2010/63/EU).

Culture of pineal glands
Each pineal gland was cultured in a well of a 24-well culture
plate (NunclonTM Surface; VWR International, Fontenaysous-Bois, France), containing 500 µL of medium (RPMI
1640 without phenol red, complemented with penicillin [100
U/ml], streptomycin [100 µg/ml], glutamine [2 mM], and
fungizone [2.5 µg/ml]). The culture plates were placed in
MIR-154 incubators (Sanyo; Osaka, Japan) at the natural
photoperiod and temperature the fish were acclimated to,
unless otherwise specified. The media were renewed every
24 h. The response to temperature challenges was investigated in two series of experiments.
Series 1
The glands collected at different times of the year were cultured for 48 h before the temperature challenge, performed
in the dark from 12:00 to 18:00. At the end of the incubation
at different temperatures, the culture media were collected
and frozen at − 20 °C.
Series 2
Three groups of pineal glands were cultured in three different incubators running in parallel, at a temperature of 10 °C,
15 °C or 20 °C, respectively; photoperiod was as the natural
one at the moment of sampling (14L/10D). After a 3 week
acclimation period, the organs were placed 6 h in the dark,
starting at 09:00. The culture medium was then collected and
frozen at − 20 °C. The 14L/10D photoperiod was restored
for the next 2 days, and then the organs were challenged with
different temperatures as in the series 1.
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Melatonin quantification
Plasma
Melatonin was extracted by solid phase extraction using C18
cartridges (Waters; Saint-Quentin-En-Yvelines, France) as
detailed elsewhere (Enzyme-Linked Immuno-Sorbent Assay,
IBL InternationalGmbH; Hamburg, Germany). A 100% methanol eluate was kept and vacuum dried. Melatonin in the
dry samples was recovered in 200 µl of water containing
1 nM of an internal standard (5-Methoxy-N-cyclopropanoyltryptamine, MCPT). Its concentrations were determined by
High Performance Liquid Chromatography (HPLC) using
a 125 × 4.6 mm C18(2) reversed phase analytic column
(Luna, Phenomenex; Le Pecq, France), with particles length
of 5 µm and a DionexTM ULTIMATETM 3100 fluorescence
detector (Thermo S cientifique TM; Villebon-sur-Yvette,
France). Due to the low melatonin levels in the samples,
a derivatization method was performed to enhance melatonin’s natural fluorescence. The derivatization protocol
was based on a previously described method (Iinuma et al.
1999) with slight modifications. Briefly, Na2CO3 and H2O2
were added at a final concentration of 200 mM and 5 mM,
respectively, followed by a 30 min incubation at 100 °C. The
melatonin indole ring undergoes oxidation, and transforms
into a highly fluorescent compound, N-[(6-methoxy-4-oxo1,4-dihydroquinolin-3-yl)methyl]acetamide (6-MOQMA)
(Tomita et al. 2003). The reactions were carried out in sealed
glass ampoules. Controls included a blank (containing all
reagents and ultrapure water instead of samples), duplicates
of the internal standard (0.8 nM final concentration) and
different concentrations (6.24 to 0.025 nM) of commercial
melatonin standards. A 100 µl volume of each sample was
then injected. The calibration curve was linear with a correlation coefficient of 0.999. Under these conditions, the detection limit of 6-MOQMA corresponded to an initial melatonin concentration of 5.8 pg/ml. Melatonin recovery was
97.7 ± 9.81%, and repeatability of MCPT was 94.69 ± 1.26%.
The column temperature was 40 °C and the excitation and
emission wavelengths were of 245 nm and 380 nm, respectively. The mobile phase consisted of 50 mM of sodium
acetate at pH 6.5 adjusted with orthophosphoric acid, and a
crescent gradient of acetonitrile (from 10 to 20% in 7 min)
with a plateau of 3 min, followed by an increase from 20 to
100% in 3 min, and return to the initial conditions in 1 min,
ending on 4 min stabilization. The mobile phase flow was of
1.5 ml/min and the peaks were detected at 4.6 and 7.2 min
for melatonin and MCPT derivatives, respectively.
Culture medium
Because of the high concentrations of melatonin released
by the pineal in the culture medium, no derivatization was
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needed. A 10 µl volume of each sample was directly injected
in the HPLC system. The detection method was as described
above with the following modifications: the excitation and
emission wavelengths were 280 nm and 340 nm, respectively; the column temperature was maintained at 30 °C;
the mobile phase consisted of 0.1 M of sodium acetate,
with 20% acetonitrile; the pH was adjusted to 6.5 using
orthophosphoric acid; the mobile phase flow was of 1.5 ml/
min. Under these conditions, the retention time of melatonin
in the samples and standards was ~ 7 min.

Thyroid hormones quantification
Because of technical limitations (number of fish available,
levels of blood collected in young fish), it was not possible
to measure the daily variations in thyroid hormone levels at
all months of the experiment. For this reason we report the
data obtained in April only.
The quantification of plasma free T3 and T4 was performed by “Unilians, Lyon” (http://www.unilians.fr/labor
atoire-de-gerland-lyon) by means of the Roche electrochemiluminescense assay (ECLIA, Roche Diagnostics;
Mannheim, Germany) and a Cobas® analyzer, according to
manufacturer’s protocol.

Na+/K+‑ATPase activity
Gill Na+/K+-ATPase activity (NKA) measurements were
carried out at the Conte Anadromous Fish Research Laboratory (U.S. Geological Survey, Turners Falls, MA, USA)
using a kinetic assay run in 96-well microplates at 25 °C and
read at a wavelength of 340 nm for 10 min as described previously (McCormick 1993). Gill tissue was homogenized in
150 µL of SEID (SEI buffer and 0.1% deoxycholic acid) and
centrifuged at 5000×g for 30 s. Two sets of duplicate 10 µL
samples were run, one set containing assay mixture and the
other, assay mixture and 0.5 mM ouabain. The resulting ouabain-sensitive ATPase activity is expressed as µmoles ADP
mg protein−1 h−1. Protein concentrations are determined
using BCA (bicinchoninic acid) Protein Assay (Pierce,
www.piercenet.com, Rockford, Il, USA). Both assays were
run on a THERMOmax microplate reader using SOFTmax
software (Molecular Devices, www.moleculardevices.com,
Menlo Park, CA, USA).

Statistics and graphics
The analysis included one- or two- way ANOVA followed
by the Holm-Sidak or Sidak post-hoc tests depending on the
dataset. Individual means were compared using the Twotailed Students’t test. Drawings and statistics were performed using the Prism.v6 (GraphPadTM Software Inc., San

Diego, CA) or the Sigma Plot version 11 (Systat Software,
Inc., San Jose, CA; statistics only).

Compounds and chemicals
EDTA, eugenol, fungizone (Amphotericin B), imidazole,
l -Glutamine-Penicillin–Streptomycin solution, sucrose
and RPMI culture medium were from Sigma-Aldrich
(Saint-Quentin Fallavier, France). 5-Methoxy-N-cyclopropanoyltryptamine (MCPT) was from Santa Cruz Inc.
(CliniSciences, France). Melatonin standard was from
Acros OrganicsTM (Fisher Scientifics, Villebon- sur-Yvette,
France). Acetonitrile and hydrogen peroxide solution-HPLC
grade were from Fisher Scientifics (Villebon- sur-Yvette,
France).

Results
Fish weight and length
All fish used in this experiment were in the upper mode in
terms of mass and fork length. In contrast to photoperiod,
temperature had a significant impact on both parameters
(Fig. 2a, b). Both mass and length increased during winter
to a greater degree in the groups experiencing an increase
in temperature, and then, in spring, both temperature groups
followed the same increasing rate as observed under natural (NPT) or winter (WPT) photoperiod. However, at the
end of the experiment (May to June) the weight and fork
length of the WPT + fish was the same as that observed for
fish maintained under natural temperature throughout the
whole experiment. This impacted the condition factor of
WPT + fish that was lower compared to those from fish of
all other groups (Fig. 2c).

Na+/K+‑ATPase activity (NKA)
throughout smoltification
Under the NPT condition, NKA displayed a gradual increase
from winter (December 15th) to spring (April 22nd), followed by a decrease in late-spring (May 18th) (Fig. 3).
Increasing temperature above natural values (NPT +) did
not change the shape of the curve but the activities measured
at the peak and at the end of the experiment were significantly reduced (by ~ 25–30%) (Two-way ANOVA reports in
Table 1). A similar observation applied for the WPT and
WPT + conditions (Fig. 3).

Daily levels of circulating thyroid hormones
Under the NPT condition in April both the free T3 and
T4 plasma levels displayed daily variations. They were
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Fig. 3  Na+/K+ ATPase activity in the course of smoltification. Variations in activity were similar at all three conditions except that the
peak was reached ~ a month earlier in the WPT + vs. all the other
groups, and the amplitude was lower for all the experimental groups
(NPT + , WPT, WPT +) compared to the group of fish maintained
under natural conditions (NPT). Mean ± SEM, n = 8–10. Two-way
ANOVA indicated significant differences amongst groups (Table 1).
Post-hoc Sidak’s test of comparison of individual means indicated
significant differences (** or ⋆⋆ P < 0.005, and ¤¤¤P < 0.0005); *NPT
vs. NPT + , ⋆WPT vs. WPT + , and ¤NPT vs. WPT
Table 1  Na+/K+, ATPase activity: Two-way ANOVA comparison of
responses
Experimental condition Two-way ANOVA
F
NPT vs. NPT+
WPT vs. WPT+
NPT vs. WPT
Fig. 2  Mass, fork length, and condition factor of juvenile salmons throughout smoltification under the experimental conditions
described in Fig. 1. Natural temperatures under natural (NPT) and
winter (WPT) photoperiods; elevated temperatures under natural
(NPT +) and winter (WPT +) photoperiods. a: mass; b: fork length;
c: condition factor K (weight [g]/fork length [cm3]) x 100). Data
are presented as the mean ± S.E.M. (n = 8/condition/sampling date).
Two-way ANOVA indicated (i) a significant effect of photoperiod
only in c (P < 0.02), (ii) a significant effect of temperature in a, b
and c (P < 0.001), (iii) there was an interaction between the effects of
temperature and the month investigated in a (P < 0.001) b (P < 0.001)
and c (P < 0.01). Post-hoc Holm-Sidak’s multiple comparison test
indicated significant differences between means (* or #P < 0.005 and
**P < 0.001); *natural vs. corresponding increased temperature, and
#
NPT vs. WPT

13

NPT + vs. WPT+

Interaction
4.31
Temperature Month 11.59
83.13
Interaction
5.96
Temperature Month 0.21
60.23
Interaction
3.63
Photoperiod Month 8.44
93.12
Interaction
1.27
Photoperiod Month 0.05
58.51

P
0.003***
< 0.0011***
< 0.0001****
< 0.0003****
0.65 ns
< 0.0001****
0.009**
< 0.005***
< 0.0001****
0.29 ns
0.83 ns
< 0.0001****

**P < 0.01, ***P < 0.005 and ****P < 0.001
ns not significant

high at the end of the day, decreased during the night and
increased again after lights on (Fig. 4; Supplementary
material Fig. 8). The plasma free T4 increase preceded
the T3 increase in the morning. As a result, the plasma
free T3/T4 ratio appeared higher at night than during day
(Fig. 4; Supplementary material Fig. 9). The shape of
the plasma free T3 daily variations was not significantly
modified either by temperature or photoperiod (Fig. 4);
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Fig. 4  Daily variations of plasma thyroid hormones (TH) levels. Free
T3 (column a) and T4 (column b) levels were measured in April.
Column c reports the T3/T4 ratio. The grey boxes correspond to
the duration of the night and the thin interrupted lines indicate the
daily variations in temperature under the natural (NPT, WPT; dash
Table 2  Plasma thyroid
hormone levels in April: Twoway ANOVA comparison of
responses

Experimental condition

NPT vs. NPT+

WPT vs. WPT+

lines) and increased (NPT + , WPT + ; dash–dot lines) conditions.
Mean ± SEM, n = 6–8. Two-way ANOVA values are given in Table 2.
Post-hoc Sidak’s test of comparison of means at the same sampling time indicated significant differences (*P < 0.05, **P < 0.005,
***P < 0.0005)

Two-way ANOVA

Free T3

Interaction
Temperature Time of day

Free T4

Interaction
Temperature Time of day

T3/T4

Interaction
Temperature Time of day

Free T3

Interaction
Temperature Time of day

Free T4

Interaction
Temperature Time of day

T3/T4

Interaction
Temperature Time of day

F

P

1.07
39.41
16.67
12.82
9.5
11.34
6.13
38.15
7.59
1.11
32.92
11.48
1.92
0.25
21.14
1.53
16.06
7.9

0.389ns
< 0.0001****
< 0.0001****
< 0.0001****
0.0027***
< 0.0001****
< 0.0001****
< 0.0001****
< 0.0001****
0.36 ns
< 0.0001****
< 0.0001****
0.086 ns
0.61 ns
< 0.0001****
0.179 ns
< 0.0001****
< 0.0001****

***P < 0.005 and ****P < 0.001
ns not significant

however, the levels were significantly lower at elevated
temperature than in the corresponding controls (Table 2).
The plasma free T4 profile was dramatically affected in
the NPT + group compared to its NPT counterpart, while
temperature had no clear effect under winter photoperiod

(compare WPT vs. WPT +) (Fig. 4; Table 2). The variations in the plasma free T3/T4 ratio were not affected
by photoperiod, i.e., it was high at night and low during
day; increasing temperature abolished the night increase
in the natural photoperiod group only, while reducing the
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amplitude of the daily variations under the winter photoperiod (Fig. 4; Supplementary material Fig. 9) (Table 2).

In vivo circulating melatonin levels
during smoltification
In December, plasma melatonin levels of pre-smolt fish were
high at night and low during the day, displaying a plateau
that matched the duration of the night (Fig. 5). These daily
variations were also observed in February and April, whatever the experimental condition (see Table 3 for statistics).
Natural photoperiod and natural temperature (NPT)
The profiles of the plasma melatonin rhythms did not change
greatly from December to February. A slightly different profile was observed between February and April regarding the
time at which the nocturnal peak was reached (Fig. 5). Twoway ANOVA indicated a possible combined effect of time
of day and month (Table 3).
Natural photoperiod and increased temperature (NPT +)
In both, February and April, the increase in temperature
resulted in a significant increase in plasma melatonin

Fig. 5  Daily variations of plasma melatonin levels. Melatonin was
measured in December (similar conditions for all groups), February
and April. The grey boxes correspond to the duration of the night
and the thin interrupted lines indicate the daily variations in temperature under both the natural (NPT, WPT; dash lines) and increased
(NPT + , WPT + ; dash–dot lines) conditions. The December values
(corresponding to time-zero of the experiment) are plotted twice
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content, compared to the natural (NPT) condition, particularly in February (Fig. 5; Table 3). Also, the nocturnal
NPT + profiles observed in February were significantly different from the NPT + profiles observed in April (P < 0.0001;
Table 3).
Sustained winter photoperiod and natural temperature
(WPT)
Plasma melatonin content reached similar levels in December, February and April (Fig. 5). The major difference was
in the shape of the oscillations: in February and April the
WPT groups displayed a decrease from dawn to dusk, not
observed in the December fish, but this difference was not
statistically significant (Fig. 5; Table 3). Both in February
and April, the WPT groups differed from their corresponding NPT groups as a result of an interaction between photoperiod and time of day (Table 3).
Sustained winter photoperiod and increased temperature
(WPT +)
Both in February and April the increased temperature
resulted in a change in the melatonin oscillation pattern.
Compared to their corresponding natural temperature

to facilitate the comparisons with the corresponding groups. Values correspond to melatonin measurement after derivatization into
6-MOQMA (see text for details); mean ± SEM, n = 6-8. Two-way
ANOVA values are given in Table 3. Post-hoc Sidak’s test of comparison of means at each sampling time indicated significant differences
(*P < 0.05, **P < 0.005, ***P < 0.0005)
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Table 3  Plasma melatonin
content: Two-way ANOVA data

Experimental condition

Month effect
NPT

Month

Dec. vs Feb.
Feb. vs. Apr.

NPT+

Feb. vs. Apr.

WPT

Dec. vs. Feb.
Feb. vs. Apr.

WPT+

Feb. vs. Apr.

Temperature effect
NPT vs. NPT+

Feb.

NPT vs. NPT+

Apr.

WPT vs. WPT+

Feb.

WPT vs. WPT+

Apr.

Photoperiod effect
NPT vs. WPT

Feb.

NPT vs. WPT

Apr.

NPT + vs. WPT+

Feb.

NPT + vs. WPT+

Apr.

Two-way ANOVA
F

P

Interaction
Month
Time of day
Interaction
Month
Time of day
Interaction
Month
Time of day
Interaction
Month
Time of day
Interaction
Month
Time of day
Interaction
Month
Time of day

0.35
0.07
30.87
5.80
0.8
16.17
14.46
17.41
33.10
2.43
0.04
19.99
1.69
0.33
14.16
1.94
14.57
21.07

0.91ns
0.79ns
< 0.0001****
< 0.0001****
0.37ns
< 0.0001****
< 0.0001****
< 0.0001****
< 0.0001****
0.032*
0.8 ns
< 0.0001****
0.13 ns
0.56ns
< 0.0001****
0.08 ns
< 0.0003****
< 0.0001****

Interaction
Temperature
Time of day
Interaction
Temperature
Time of day
Interaction
Temperature
Time of day
Interaction
Temperature
Time of day

11.46
59.42
63.50
3.27
3.37
18.36
11.02
22.84
21.83
0.97
0.01
12.7

< 0.0001****
< 0.0001****
< 0.0001****
< 0.006**
0.07ns
< 0.0001****
< 0.0001****
< 0.0001****
< 0.0001****
0.45 ns
0.92ns
< 0.0001****

Interaction
Photoperiod
Time of day
Interaction
Photoperiod
Time of day
Interaction
Photoperiod
Time of day
Interaction
Photoperiod
Time of day

2.64
0
33.28
4.11
0.01
9.2
6.05
0.53
42.28
2.07
1.87
17.14

0.02*
0.95ns
< 0.0001****
0.0011***
0.9ns
< 0.0001****
< 0.0001****
0.47ns
< 0.0001****
0.064ns
0.174ns
< 0.0001****

*P < 0.05, **P < 0.01, ***P < 0.005 and ****P < 0.001.
ns not significant

groups (WPT), in which the plasma melatonin peak was
found early at night, in the February and April groups the
higher amounts were found in the second half of the night
(Fig. 5), but the differences were significant only in February (Table 3). Also, the pattern changed significantly from
February to April.

Differences were also observed between the NPT + and
WPT + groups in February as well as in April, although
two-way ANOVA indicated a strong interaction between
the time of day and photoperiod only in February (Fig. 5;
Table 3).
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Table 4  Impact of temperature acclimation on the in vitro pineal melatonin response to temperature challenges: two-way ANOVA data
Acclimation conditions

10° vs. 15 °C
10° vs. 20 °C
15° vs. 20 °C

Two-way ANOVA

Interaction
Challenge
Acclimation
Interaction
Challenge
Acclimation
Interaction
Challenge
Acclimation

F

P

4.58
9.18
57.81
2.58
15.66
25.53
3.03
12.48
4.88

0.0002****
< 0.0001****
< 0.0001****
0.0176*
< 0.0001****
< 0.0001****
0.0065**
0.0296*
< 0.0001****

*P < 0.05, **P < 0.01, ****P < 0.001

Acclimation conditions affect in vitro melatonin
production in response to temperature

the same pool of individuals were first cultured at 3 different
temperatures (10, 15, 20 °C). After 3 weeks of acclimation,
each group was exposed to a temperature challenge and melatonin was measured in the medium. The profile obtained
changed with the prior acclimation temperature (Fig. 7). The
most noticeable features were a peak response (1) at 12 °C in
the 10 °C-acclimated glands only and (2) at 20/25 °C in the
10 °C- and 20 °C-acclimated glands. The 15 °C-acclimated
glands were those that displayed the flattest response to temperature changes, and the 14/16 °C values appeared as a
turning point in all groups (Fig. 7).

Discussion
Markers of smoltification

In vitro, melatonin secretion by S. salar pineal glands was
high in the dark and low under illumination. The nocturnal
secretion was modulated by temperature in the dark. However, temperature exposures of pineal glands maintained
in the dark resulted in different profiles depending on the
time of the year the experiments were done (Fig. 6). In the
experimental set of 2014, all data curves displayed a more
or less pronounced biphasic response with two peaks, one in
the cold range (between 10 and 15 °C) and one in the warm
range (between 15 and 25 °C). Different profiles were also
observed from one year to another, although the external
water temperature was the same (compare Oct. 2013 with
Oct. 2014 in Fig. 6). To determine whether the previous temperature history of the gland could explain the differences
observed, we conducted an experiment in which glands from

Morphological and behavioral characteristics of the parrsmolt transformation consist mainly in the loss of parr
marks, body silvering, darkening of fins extremities, adoption of schooling rather than a territorial behavior, and a
switch from positive to negative rheotaxis. All these criteria were observed in S. salar of the present study, which
were exclusively in the upper mode. The observed changes
in swimming behavior (data not shown) were the same as
shown in the duplication of this experimental design in the
following year (reported by Fleming 2018). The beginning
of the negative rheotaxis, indicating readiness for downstream migration, was observed in all groups at the beginning of April and this behavior was maintained until the end
of the experimental period, at the end of June. Gill NKA,
used as a marker of smoltification, was low in parr (December), increased from March to reach a peak in April, and

Fig. 6  In vitro pineal melatonin response to temperature challenges.
Pineal organs were cultured as indicated in the “Materials and methods”. Melatonin was quantified after 6 h of culture in the dark and at
the temperatures indicated in the abscissae. The months at which the

experiments were performed and the corresponding water temperature are indicated at the upper left of the graphics. Mean ± SEM, n
= 6-8. ANOVA indicated that all the variations were statistically significant
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Fig. 7  Impact of temperature acclimation on the in vitro pineal melatonin response to temperature challenges. Pineal organs were acclimated to temperatures of 10, 15 and 20 °C, respectively, for 3 weeks
before being challenged as indicated in Fig. 6. Two days before the
temperature challenge the pineal glands were placed in the dark at
noon, and 6 h later the medium was collected for melatonin quantification. The values obtained served as reference values for the normalization of the data obtained after the temperature challenge (i.e., 2
days later). The two-way ANOVA indicated (i) significant differences
in the response to temperature in each group, (ii) between groups
acclimated to different temperatures, (iii) and a significant interaction
between the temperature challenge and acclimation condition (details
in Table 4). Mean ± SEM, n = 7-8. Post-hoc Sidak’s test of comparison of individual means between the different groups indicated significant differences (* or ¤ or # P < 0.05, **P < 0.005, ****P < 0.0001);
10 °C compared to 15 °C (*), 10 °C compared to 20 °C (¤) and 15 °C
compared to 20 °C (#)

decreased in May (Fig. 3). Such a peak coincides with the
beginning of the migratory movements.
Smolts usually also display a phase of decrease of the
condition factor (K) (McCormick and Saunders 1987; Stefansson et al. 2008). Here we observed that K tended to
decrease in March, independent of the photoperiod and
temperature conditions (Fig. 2). Throughout the experiment, the high temperature induced a stimulatory effect on
both mass and fork length at early stages of the smoltification process; except for the WPT + group, which displayed
a significant weight decrease in June that was reflected by
a decrease in K. Although our experimental design did not
allow maintaining a 4 °C temperature difference throughout the entire study, temperature alone cannot explain this
decrease, because it did not occur in the NPT + treatment. It
must then be assumed that the decrease of K in June was due
to the combined effects of a winter photoperiod and a high
temperature. In agreement with potential interaction of photoperiod and temperature, previous studies have reported a
correlation between the decrease in K and maintenance of a
winter photoperiod (Björnsson et al. 1989), and variations in
K depending on the light conditions (Björnsson et al. 1989;

Saunders et al. 1985). In contrast, when the temperature
increase of May was advanced to February, K increased in
fish maintained under a short (9L/15D) photoperiod, while
it decreased in those under a natural photoperiod (McCormick et al. 2002). These discrepancies might be explained
by the differences in experimental protocols and differential
responses to photoperiod and temperature by different S.
salar populations. Whatever it might be, these results highlight the importance of the photoperiod/temperature interaction and its timing; it is possible that some stages of the
photoperiod-regulated mechanisms are more sensitive to
temperature than others.
Development of gill NKA is a crucial step in smoltification (McCormick 2013). S. salar from the Loire Allier displayed gill NKA of 10-15 μmol ADP/mg/h between February and March (Boeuf et al. 1989 and current study), which
is typical of other smolt studies and indicates that at least
partial smolt development had occurred in the present study.
It has been suggested that temperature elevation induced a
higher initial rate of increase in the gill NKA without affecting the timing of peak levels (McCormick et al. 2002). In
the present study, the peak of activity was reached in April
whatever the condition, i.e., the fish had similar timing of
smolt development under either the natural or constant winter photoperiod, with or without a temperature increase. The
major difference among groups was the amplitude of the
elevation (lower in the WPT, WPT + and NPT + conditions,
vs. the NPT condition).
Previous investigations indicated photoperiod plays a
central role in the regulation of smoltification (Björnsson
et al. 2000; Boeuf 1993; Hoar 1988; McCormick 2001,
2013; Stefansson et al. 2008). Berge et al. (1995) reported
that a progressive increase in photoperiod is a necessary
condition to induce smolt characteristics in S. salar; and a
prior winter (short day) photoperiod regime is necessary for
longer photoperiods (seemingly exceeding 16 h of light, at
least in northern habitats) to trigger smolting (Strand et al.
2018). Our data thus contrast somewhat with these findings, because smoltification, at least in terms of gill NKA,
was observed also in the WPT groups. It is possible that not
all processes that accompany smoltification rely solely on
increasing photoperiod. In O. kisutch multiple factors interact to dictate migration timing, and the specific set of factors
that govern migration varies substantially among populations (Spence and Dick 2013). This might explain why S.
salar from the Loire/Allier, but reared from hatching at a
different location (5° latitude further north) and under different conditions than those of the current study, displayed a
later occurrence of the peak of smolting (May), and a lower
gill NKA at the peak (Bernard et al. 2018). It is also possible that a putative endogenous annual clock can initiate the
parr-smolt transformation. Such an endogenous clock would
explain the increase in gill NKA that occurred in the WPT
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groups in the present study and has been observed in other
studies using short day conditions (McCormick et al. 2002).
The presence of such a circannual clock has been suggested
from studies on S. salar from the Baltic Sea (Eriksson and
Lundqvist 1982), and gains support from our data on thyroid
hormones (see below).
Gill NKA and salinity tolerance return to presmolt levels
if fish are prevented from entering the ocean (Duston et al.
1991; Hoar 1988). Here, the April-to-May decrease in NKA
was accelerated in the groups subjected to increased temperature (NPT + and WPT +) irrespective of photoperiod.
Such a decrease has been observed in salmonids exposed
to elevated temperatures in the wild and in captivity (Bernard et al. 2019; Duston et al. 1991; Handeland et al. 2004;
McCormick et al. 1999), and with a compromise or loss of
hypo-osmoregulatory capacities related to the smolt development. A previous study also performed with the LoireAllier S. salar strain, but reared in northern latitude (5°),
showed that a shift from natural to elevated temperature (a
delta of 5 °C reached in 3 days, applied at different stages
of the smoltification period) caused a decrease of gill NKA,
but also of cortisol, GH and insulin-like growth factor 1
levels (Bernard et al. 2019). These hormones are known to
increase during smoltification and to interact with each other
to promote the development of hypo-osmoregulatory capacity (e.g., by promoting the increase of gill NKA and the proliferation of the cells (ionocytes) specialized in ion transport;
McCormick 2013). The limited amount of plasma available
did not allow us to quantify these hormones in the present
study; however, our data emphasize an important role of
temperature in smolt osmoregulation processes, at least with
regard to gill NKA. Since the increase above natural temperature was ~ 2 °C at the time gill NKA started its decrease,
we can assume that this difference was enough to induce a
faster loss; it is also possible that the previous temperature
history of the fish, or the presence of a circannual clock (as
hypothesized above), conditioned this response.

Melatonin and thyroid hormones
Impact of photoperiod
The current investigation in S. salar adds to previous studies
reporting daily variations in plasma melatonin (Porter et al.
2001, 1998; Randall et al. 1995) and in plasma T3 and T4
(Ebbesson et al. 2008) in this species. Under natural photoperiod and temperature, melatonin titers were high at night
and low during day as expected. Accordingly, the shape of
the oscillations changed from December to April with the
changing photoperiod. Plasma T3 and T4 daily levels (in
April) were high during day and low at night. While T4
increased in the morning and decreased in the afternoon, T3
reached maximum values in the afternoon, and decreased
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from the onset of the night until beginnings of the next day.
This phase delay between the T4 and T3 daily profiles is
consistent with the idea that the conversion of T4 into its
active form T3 by iodothyronine deiodinase (Little et al.
2013) occurs at a higher rate during the second half of the
day and first half of the night, as also suggested from the
daily profile of the T3/T4 ratio.
The observation that the melatonin and thyroid hormone
daily profiles were ~ 180° out of phase (Supplementary
material Fig. 8) is consistent with previous data showing that
long-term administration of T4 decreased nocturnal plasma
melatonin concentrations in S. salar (Kulczykowska et al.
2004). A negative correlation between thyroid hormones and
melatonin secretion has also been established in C. auratus
(Jung et al. 2016), Clarias gariepinus (Premabati et al. 2018)
and Sparus aurata (Montoya et al. 2010). In C. auratus,
melatonin treatment decreased plasma T3 and T4 levels
and thyroid hormone receptor mRNA expression; in parallel, glucose and cortisol levels were also decreased (Jung
et al. 2016). Melatonin treatment is known to reduce plasma
cortisol levels in C. auratus, O. mykiss, S. salar, O. kisutch
and European seabass Dicentrarchus labrax (Azpeleta et al.
2010; Conde-Sieira et al. 2014; Herrero et al. 2007, Mardones et al. 2018). Conversely, cortisol inhibits melatonin
synthesis and secretion in O. mykiss (Benyassi et al. 2001;
López-Patiño et al. 2014) and Mozambique tilapia Oreochromis mossambicus (Nikaido et al. 2010), supporting the
idea that both are part of a negative feedback loop. In S.
salar, the daily plasma rhythm of cortisol is 180° out of
phase with the melatonin rhythm (Ebbesson et al. 2008;
Huang et al. 2010; Thorpe et al. 1987). Considering that
(i) melatonin modulates GH secretion in O. mykiss (Falcón et al. 2003) and (ii) the cortisol and the GH/IGF-I axis
interact to stimulate salinity tolerance (McCormick 2013),
it is possible that part of the effects of photoperiod on the
smoltification process results from feedback loops involving the time-keeper, melatonin, on the one hand, and GH,
T3/T4 and cortisol, on the other hand. It is noteworthy that
thyroid hormones and melatonin might regulate similar
processes in salmonids, because melatonin receptors (in O.
mykiss) and Dio2b expression (in S. salar) target similar
brain areas (Lorgen et al. 2015), particularly those related to
the temperature dependent regulation of energy metabolism
and locomotor activity in which both hormones are involved
(Falcón and Zohar 2018; Little 2016; Little et al. 2013).
Maintaining the fish under sustained winter photoperiod
(WPT) did not change plasma free T3 and T4 profiles. This
suggests that the photoperiod had no significant impact on
the shape of their oscillations. It has been hypothesized that
(i) schedule feeding time impacts daily titers and profile of
T4 (C. auratus: Spieler and Noeske 1984; red drum: Sciaenops ocellatus: Leiner and Mackenzie 2003); (ii) endogenous feeding rhythms are important synchronizers of thyroid
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hormones in O. mykiss (Boujard and Leatherland 1992), and
(iii) feeding‐entrained and light‐entrained oscillators interact
to determine the phase of the T4 rhythm (Leiner and Mackenzie 2003). In the present study, feeding intervals were
adjusted based on the increase of natural photoperiod and
were kept the same for control and experimental groups. It
is possible that feeding time was a predominant factor conditioning T3 and T4 daily levels, but a conjunction of factors
such as feeding and diel activity rhythms (Youngson 1989)
and/or the previous photoperiod history of the fish could
also have conditioned the response. Assuming photoperiod
is central to the start and further regulation of smoltification
(Björnsson et al. 2000; McCormick 2013; Stefansson et al.
2008), the absence of effect of photoperiod on T3 and T4
would suggest that thyroid hormones do not play a central
role in the timing of this process. If ever photoperiod had
an effect in T3 and/or T4 in winter or early spring (not analyzed in this study), this did not seem to impact the timing
of the smoltification aspects observed in the present work.
Finally, it is also possible that the T3 and T4 daily profiles
were driven by a yet unidentified photoperiod-independent
oscillator.
Impact of temperature
Previous studies reported that temperature has a marked
effect on melatonin secretion in fish (Falcón et al. 1996,
1994; Falcón and Collin 1989; García‐Allegue et al. 2001;
Iigo and Aida 1995; Masuda et al. 2003; Max and Menaker
1992; Porter et al. 2001; Vera et al. 2007; Zachmann et al.
1992). We highlight that, differently from most of the studies
cited above, in the present study the elevated temperature
was not constant but followed the natural daily temperature
oscillation. Here we observed that the imposed increase in
temperature resulted in a higher nocturnal production of
melatonin (except in April in the WPT + fish). The shape
of the oscillations depended on the photoperiod and temperature conditions to which the fish were acclimated. It
is noteworthy that under natural or winter photoperiod the
amplitude of the nocturnal melatonin peak remained more
or less the same, although the fish experienced a natural
decrease in temperature from December to February, and
a natural increase from February to April. Altogether, this
suggests a complex interaction of photoperiod and temperature in shaping the melatonin rhythm, in which the previous photoperiod and temperature history of the fish may be
important (discussed in detail below).
Increasing the temperature did not change the shape
of the T3 rhythm, under either natural (NPT +) or winter
(WPT +) conditions; the titers were, however, lower compared to their respective NPT or WPT counterparts (depending on the time of day). This is despite the fact that at the
time of the experiment (April) the difference in temperature

was relatively small (2 °C compared to the initial ~ 4 °C).
Independent of the photoperiod condition, plasma T4 levels
remained unchanged. Interestingly, the daily oscillations also
remained unchanged with the elevated temperature but only
under the winter photoperiod (WPT +); under the natural
photoperiod (NPT +) it appeared dampened, mainly because
of a nocturnal elevation not seen in the NPT group. In O.
mykiss several surges of T4 have been observed during a LD
cycle at some times of the year but not at others (Laidley
and Leatherland 1988), in addition to displaying great interindividual variability (Gomez et al. 1997). It is possible that
the 2 °C increase obtained in April was enough to induce
the observed differences in T3/T4 titers and oscillations. It is
also possible that the previous photoperiod history of the fish
conditioned the response to temperature in April, because a
change in T4 was observed in fish that experienced a natural
change in photoperiod but not in those maintained under a
constant winter regime. These differences impacted the T3/
T4 ratio (Fig. 4, Supplementary material Fig. 9), and it is
probable that the temperature elevation resulted in a lower
T4 to T3 conversion, or possibly increased T4 secretion.
Overall, we provide evidence that in juvenile Atlantic
salmon, increased temperature changed the shape of the melatonin oscillations, which relies on the concomitant action of
photoperiod. Altering one of these parameters changes the
phase relationship between the melatonin rhythm and the LD
variations in other circulating hormones, as evidenced here
for T3 and T4. This is likely to alter the temporal harmony
between the biological events that rely on these hormones
for their appropriate regulation.
Pineal melatonin secretion and thermal history
The pineal gland of fish is able to respond to rapid changes
in temperature within a few milliseconds via its nervous
output (O. mykiss: Tabata and Meissl 1993) or a few hours
via its hormonal (melatonin) output (O. mykiss: Thibault
et al. 1993; northern pike Esox lucius : Falcón et al. 1994;
S. salar: this study). There are reasons to believe that the
response depends on the previous thermal history of the fish:
(i) the natural seasonal variations in temperature (a ~ 5 °C
decrease from December to February and a 5–6 °C increase
from February to April), had no visible effect on the shape of
the melatonin daily profile, while (ii) the forced temperature
increase did change the profile (in February or April); (iii)
in culture, isolated pineal organs sampled at different times
of the year responded differently to temperature challenges
including at a 1 year interval (here the response recorded
in October of the first year was different from the response
obtained the following October; Fig. 6); (iv) temperature
challenges induced different responses in pineal glands previously acclimated at different temperatures for 3 weeks (all
other conditions being identical: time and conditions of the
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experiment, animals group and strain, age, previous photoperiod and temperature history).
The complexity of the responses obtained (one or two
maxima, or a flat bell-shaped curve), indicates the mechanisms involved are also complex. The penultimate and crucial step in the photoperiodic control of melatonin secretion
is the conversion of serotonin into N-acetylserotonin by the
arylalkylamine-N-acetyltransferase 2 enzyme (AANAT2;
EC 2.3.1.87). Darkness allows activation of the enzyme
and light leads to its degradation (Falcón et al. 2010).
Temperature also acts on AANAT2 activity within the
photoreceptor cells. At the molecular level, the AANAT2
response curve to temperature challenges is bell-shaped and
the response reflects the thermal preferences of the species
(Cazaméa-Catalan et al. 2012, 2013). This is different from
the response of a majority of enzymes (from either fish or
other vertebrates), wherein activity increases up to 37 °C and
decreases at higher temperatures in in vitro assays. AANAT2
thermal stability and catalytic efficiency, both depend on
the enzyme amino-acid sequence (Cazaméa-Catalan et al.
2012, 2013, 2014); however, in the case of salmonids there
is a mismatch between the response curves to temperature
obtained from recombinant enzymes or pineal homogenates
on the one hand (Cazaméa-Catalan et al. 2012, 2013, 2014)
and cultured pineal glands on the other hand (Nisembaum
et al. 2015; Thibault et al. 1993). The complex effects of
temperature such as those described herein must necessarily
involve some kind of sensing at the cellular level, associated to an intracellular transduction mechanism. Previous
investigations in O. mykiss (Nisembaum et al. 2015) indicate
that Transient Receptor Potential Channels of the Vanilloid
subfamily 1 and 4 (TRPV1 and TRPV4) expressed by the
pineal photoreceptor cells mediate the effects of temperature
on melatonin secretion. This, together with the observations
that the pineal organ of fish is involved in behavioral thermoregulation (Kavaliers 1982a, 1982b; Kavaliers and Ralph
1980) and TRPV1 and TRPV4 participate in the coordination of temperature sensing during the behavioral fever in
the Chilean S. salar (Boltana et al. 2018) may prompt future
investigations on the role the pineal gland and TRP channels
play in temperature sensing and regulation.

Conclusions
The present data highlight the importance of environmental
influences on the timing of smoltification in salmon species
particularly in those performing long downstream migrations, as is the case of the Loire/Allier basin salmon population, in which downstream migration starts about 800 km
from the sea. Our data suggest that the best development
of hypo-osmoregulatory capacity was obtained under natural environmental conditions. Increasing temperature and/
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or maintaining winter photoperiod alters fish growth and
appropriate development of gill NKA activity, thus affecting the ‘window’ during which fish may quickly regulate
ion homeostasis in response to increased salinity. The
increase in temperature also alters the phase relationship
between rhythmic components of the fish endocrine system
(here melatonin and thyroid hormones), indicating different
mechanisms may contribute to controlling their rhythmic
expression. The water temperature in the Loire/Allier basin
has increased by ~ 2 °C in the past three decades (Gosse et al.
2008; Martin et al. 2012), and disadvantageous alterations
of smoltification may have already begun, as seen in the past
decade through the swimming activity and the identification
of ‘late migrant’ smolts (Imbert et al. 2013; Martin et al.
2012). Late migration may compromise the successful entry
of smolts into the sea, olfactory imprinting (which is indispensable for return to the home river (Hansen and Jonsson
1991), and survival in the ocean (Hansen and Jonsson 1989;
McCormick et al. 2009)). A further rise of up to 4 °C, as
predicted for the end of this century (Moatar et al. 2010), is
likely to substantially compromise the survival of smolts of
the Loire/Allier S. salar and other populations at the southern edge of their distribution or those with long freshwater
migrations. Indeed, in addition to the ongoing global warming, S. salar faces other anthropogenic threats, including
dams, artificial light at night, chemical pollution from the
cities and agriculture, and illegal overfishing. The present
study is a step forward in providing critical information on
the environmental factors and mechanisms involved in controlling the timing of major life history events of salmon.
Acknowledgements The authors express their thanks to CharlesHubert Paulin for his technical assistance, Vincent Laudet and Thibault
Lorin for their help in transporting the plasma samples to the laboratory that measured T3 and T4. We also thank the platform Bio2Mar
at the Observatoire Océanologique de Banyuls sur Mer, France,
for their support with the quantifications by HPLC. This work was
supported by the French National Research Agency (ANR; contract
ANR-12-ADAP-0021).
Author contributions JF, PM: conceptualization; PM: setup of fish
facilities and rearing; LGN, PM, MF, LB, EM, JF: sampling; JF, LGN,
LB, SDM: data collection and analysis; JF, LGN, SDM: writing; JF:
funding acquisition. All authors read and approved the final manuscript.
Funding This work was supported by the French National Research
Agency (ANR; contract ANR-12-ADAP-0021). This funding source
had no involvement in the study design; in the collection, analysis and
interpretation of data; in the writing of the report; nor in the decision
to submit the article for publication.

Compliance with ethical standards
Conflict of interest The authors declare that they have no conflict of
interest. Any use of trade, product, or firm names is for descriptive purposes only and does not imply endorsement by the US Government.

Author's personal copy
Journal of Comparative Physiology B

References
Azpeleta C, Martínez-Álvarez RM, Delgado MJ, Isorna E, De Pedro
N (2010) Melatonin reduces locomotor activity and circulating cortisol in goldfish. Horm Behav 57:323–329. https://doi.
org/10.1016/j.yhbeh.2010.01.001
Benyassi A, Schwartz C, Ducouret B, Falcon J (2001) Glucocorticoid receptors and serotonin N-acetyltransferase activity in
the fish pineal organ. NeuroReport 12:889–892. https://doi.
org/10.1097/00001756-200104170-00004
Berge ÅI, Berg A, Barnung T, Hansen T, Fyhn HJ, Stefansson SO
(1995) Development of salinity tolerance in underyearling smolts
of Atlantic salmon (Salmo salar) reared under different photoperiods. Can J Fish Aquat Sci 52:243–251. https://doi.org/10.1139/
f95-024
Bernard B, Sobandi KC, Darras V, Rollin X, Mandiki SNM, Kestemont
P (2018) Influence of strain origin on osmoregulatory and endocrine parameters of two non-native strains of Atlantic salmon
(Salmo salar L). Gen Comp Endocrinol 258:205–212. https://
doi.org/10.1016/j.ygcen.2018.01.004
Bernard B, Mandiki SN, Duchatel V, Rollin X, Kestemont P (2019) A
temperature shift on the migratory route similarly impairs hypoosmoregulatory capacities in two strains of Atlantic salmon
(Salmo salar L) smolts. Fish Physiol Biochem 45:1245–1260.
https://doi.org/10.1007/s10695-019-00666-x
Björnsson BT (1997) The biology of salmon growth hormone: from
daylight to dominance. Fish Physiol Biochem 17:9–24.
Björnsson BT, Young G, Lin RJ, Deftos LJ, Bern HA (1989) Smoltification and seawater adaptation in coho salmon (Oncorhynchus kisutch): plasma calcium regulation, osmoregulation, and
calcitonin. Gen Comp Endocrinol 74:346–354. https://doi.
org/10.1016/S0016-6480(89)80030-9
Björnsson BT, Hemre GI, Bjornevik M, Hansen T (2000) Photoperiod regulation of plasma growth hormone levels during induced
smoltification of underyearling Atlantic salmon. Gen Comp
Endocrinol 119:17–25. https://doi.org/10.1006/gcen.2000.7439
Björnsson BT, Stefansson SO, McCormick SD (2011) Environmental
endocrinology of salmon smoltification. Gen Comp Endocrinol
170:290–298. https://doi.org/10.1016/j.ygcen.2010.07.003
Boeuf G (1993) Salmonid smolting: a pre-adaptation to the oceanic
environment. In: Rankin JC, Jensen FB (eds) Fish ecophysiology, vol 9. Chapman & Hall Fish and Fisheries Series. Springer,
Dordrecht, pp 105–135
Boeuf G, Le Bail PY, Prunet P (1989) Growth hormone and thyroid
hormones during Atlantic salmon, Salmo salar L, smolting, and
after transfer to seawater. Aquaculture 82:257–268. https://doi.
org/10.1016/0044-8486(89)90413-4
Boltana S, Sanhueza N, Donoso A, Aguilar A, Crespo D, Vergara D,
Arriagada G, Morales-Lange B, Mercado L, Rey S, Tort L, Mackenzie S (2018) The expression of TRPV channels, prostaglandin
E2 and pro-inflammatory cytokines during behavioural fever in
fish. Brain Behav Immun 71:169–181. https://doi.org/10.1016/j.
bbi.2018.03.023
Boujard T, Leatherland JF (1992) Demand-feeding behaviour and diel
pattern of feeding activity in Oncorhynchus mykiss held under
different photoperiod regimes. J Fish Biol 40:535–544. https://
doi.org/10.1111/j.1095-8649.1992.tb02603.x
Cazaméa-Catalan D et al (2012) Functional diversity of Teleost arylalkylamine N-acetyltransferase-2: is the timezyme evolution
driven by habitat temperature? Mol Ecol 21:5027–5041. https://
doi.org/10.1111/j.1365-294X.2012.05725.x
Cazaméa-Catalan D, Magnanou E, Helland R, Besseau L, Boeuf G,
Falcon J, Jorgensen EH (2013) Unique arylalkylamine N-acetyltransferase-2 polymorphism in salmonids and profound variations in thermal stability and catalytic efficiency conferred by

two residues. J Exp Biol 216:1938–1948. https: //doi.org/10.1242/
jeb.080960
Cazaméa-Catalan D, Besseau L, Falcón J, Magnanou E (2014) The
timing of timezyme diversification in vertebrates. PLoS ONE
9:e112380. https://doi.org/10.1371/journal.pone.0112380
Conde-Sieira M, Muñoz J, López-Patiño M, Gesto M, Soengas J,
Míguez J (2014) Oral administration of melatonin counteracts
several of the effects of chronic stress in rainbow trout. Domest
Anim Endocrinol 46:26–36. https://doi.org/10.1016/j.doman
iend.2013.10.001
Duston J, Saunders RL (1990) The entrainment role of photoperiod on
hypoosmoregulatory and growth-related aspects of smolting in
Atlantic salmon (Salmo salar). Can J Zool 68:707–715. https://
doi.org/10.1139/z90-103
Duston J, Saunders RL, Knox DE (1991) Effects of increases in freshwater temperature on loss of smolt characteristics in Atlantic
salmon (Salmo salar). Can J Fish Aquat Sci 48:164–169. https
://doi.org/10.1139/f91-022
Ebbesson LO, Björnsson BT, Ekström P, Stefansson SO (2008) Daily
endocrine profiles in parr and smolt Atlantic salmon. Comp
Biochem Physiol A 151:698–704. https://doi.org/10.1016/j.
cbpa.2008.08.017
Elson P (1957) The importance of size in the change from parr to smolt
in Atlantic salmon. Canad Fish Cult 21:1–6
Eriksson L-O, Lundqvist H (1982) Circannual rhythms and photoperiod regulation of growth and smolting in Baltic salmon (Salmo
salar L). Aquaculture 28:113–121. https: //doi.org/10.1016/00448486(82)90014-X
Falcón J (1999) Cellular circadian clocks in the pineal. Prog Neurobiol
58:121–162. https://doi.org/10.1016/S0301-0082(98)00078-1
Falcón J (2007) Nocturnal melatonin synthesis: how to stop it. Endocrinology 148:1473–1474. https: //doi.org/10.1210/en.2007-0076
Falcón J, Collin J-P (1989) Photoreceptors in the pineal of lower vertebrates: functional aspects. Experientia 45:909–913. https: //doi.
org/10.1007/BF01953047
Falcón J, Zohar Y (2018) Photoperiodism in Fish. In: Skinner M (ed)
Encyclopedia of reproduction, 2nd edn. Academic Press, Oxford,
pp 400–408. https: //doi.org/10.1016/B978-0-12-809633 -8.20584
-0
Falcón J, Bolliet V, Ravault JP, Chesneau D, Ali MA, Collin JP (1994)
Rhythmic secretion of melatonin by the superfused pike pineal
organ: thermo- and photoperiod interaction. Neuroendocrinology
60:535–543. https://doi.org/10.1159/000126792
Falcón J, Bolliet V, Collin JP (1996) Partial characterization of serotonin N-acetyltransferases from northern pike (Esox lucius L)
pineal organ and retina: effects of temperature. Pflugers Arch
432:386–393. https://doi.org/10.1007/s004240050149
Falcón J, Besseau L, Fazzari D, Attia J, Gaildrat P, Beauchaud M,
Boeuf G (2003) Melatonin modulates secretion of growth hormone and prolactin by trout pituitary glands and cells in culture. Endocrinology 144:4648–4658. https://doi.org/10.1210/
en.2003-0707
Falcón J, Besseau L, Sauzet S, Boeuf G (2007) Melatonin effects on
the hypothalamo–pituitary axis in fish. Trends Endocrinol Metab
18:81–88. https://doi.org/10.1016/j.tem.2007.01.002
Falcón J, Migaud H, Munoz-Cueto JA, Carrillo M (2010) Current
knowledge on the melatonin system in teleost fish. Gen Comp
Endocrinol 165:469–482. https  : //doi.org/10.1016/j.ygcen
.2009.04.026
Fleming M (2018) Environmental and neuroendocrine control of
smoltification in long-river (Loire-Allier) Atlantic salmon. Dissertation, Museum national d’histoire naturelle-MNHN PARIS
García-Allegue R, Madrid J, Sánchez-Vázquez F (2001) Melatonin
rhythms in European sea bass plasma and eye: influence of seasonal photoperiod and water temperature. J Pineal Res 31:68–75.
https://doi.org/10.1034/j.1600-079x.2001.310110.x

13

Author's personal copy
Journal of Comparative Physiology B
Gern W, Dickhoff WW, Folmar LC (1984) Increases in plasma melatonin titers accompanying seawater adaptation of coho salmon
(Oncorhynchus kisutch). Gen Comp Endocrinol 55:458–462.
https://doi.org/10.1016/0016-6480(84)90018-2
Gomez J, Boujard T, Boeuf G, Solari A, Le Bail P-Y (1997) Individual
diurnal plasma profiles of thyroid hormones in rainbow trout
(Oncorhynchus mykiss) in relation to cortisol, growth hormone,
and growth rate. Gen Comp Endocrinol 107:74–83. https://doi.
org/10.1006/gcen.1997.6897
Gosse P, Gailhard J, Hendrickx F (2008) Analyse de la température de
la Loire moyenne en été sur la période 1949 à 2003. Hydroécol
Appl 16:233–274. https://doi.org/10.1051/hydro/2009009
Handeland SO, Wilkinson E, Sveinsbø B, McCormick SD, Stefansson
SO (2004) Temperature influence on the development and loss of
seawater tolerance in two fast-growing strains of Atlantic salmon.
Aquaculture 233:513–529. https://doi.org/10.1016/j.aquacultur
e.2003.08.028
Handeland S, Imsland A, Björnsson BT, Stefansson S, Porter M (2013)
Physiology during smoltification in Atlantic salmon: effect of
melatonin implants. Fish Physiol Biochem 39:1079–1088. https
://doi.org/10.1007/s10695-012-9765-3
Hansen LP, Jonsson B (1989) Salmon ranching experiments in the
River Imsa: effect of timing of Atlantic salmon (Salmo salar)
smolt migration on survival to adults. Aquaculture 82:367–373.
https://doi.org/10.1016/0044-8486(89)90422-5
Hansen LP, Jonsson B (1991) The effect of timing of Atlantic salmon
smolt and post-smolt release on the distribution of adult
return. Aquaculture 98:61–67. https://doi.org/10.1016/00448486(91)90371-D
Herrero M, Martínez F, Míguez J, Madrid J (2007) Response of plasma
and gastrointestinal melatonin, plasma cortisol and activity
rhythms of European sea bass (Dicentrarchus labrax) to dietary
supplementation with tryptophan and melatonin. J Comp Physiol
B 177:319–326. https://doi.org/10.1007/s00360-006-0131-6
Hoar WS (1976) Smolt transformation: evolution, behavior, and
physiology. J Fish Res Board Can 33:1233–1252. https://doi.
org/10.1139/f76-158
Hoar WS (1988) The physiology of smolting salmonids. In: Hoar
WS, Randall DJ (eds) Fish Physiology, vol 11. Academic
Press, New York, pp 275–343. https://doi.org/10.1016/S1546
-5098(08)60216-2
Huang TS, Ruoff P, Fjelldal PG (2010) Diurnal expression of clock
genes in pineal gland and brain and plasma levels of melatonin
and cortisol in Atlantic salmon parr and smolts. Chronobiol Int
27:1697–1714. https://doi.org/10.3109/07420528.2010.514630
Iigo M, Aida K (1995) Effects of season, temperature, and photoperiod on plasma melatonin rhythms in the goldfish, Carassius
auratus. J Pineal Res 18:62–68. https://doi.org/10.1111/j.1600079x.1995.tb00141.x
Iigo M, Ikuta K, Kitamura S, Tabata M, Aida K (2005) Effects of
melatonin feeding on smoltification in masu salmon (Oncorhynchus masou). Zool Sci 22:1191–1196. https://doi.org/10.2108/
zsj.22.1191
Iinuma F, Hamase K, Matsubayashi S, Takahashi M, Watanabe M,
Zaitsu K (1999) Sensitive determination of melatonin by precolumn derivatization and reversed-phase high-performance
liquid chromatography. J Chromatogr A 835:67–72. https://doi.
org/10.1016/s0021-9673(99)00041-2
Imbert H, Martin P, Rancon J, Graffin V, Dufour S (2013) Evidence
of late migrant smolts of Atlantic salmon (Salmo salar) in the
Loire-Allier system, France/Mise en evidence de smolts de
saumon atlantique (Salmo salar) a migration tardive sur l’axe
Loire-Allier, France. Cybium. Int J Ichthyol 37:5–15. https: //doi.
org/10.26028/cybium/2013-371-001
Jung SJ, Choi YJ, Kim NN, Choi JY, Kim B-S, Choi CY (2016)
Effects of melatonin injection or green-wavelength LED light

13

on the antioxidant system in goldfish (Carassius auratus) during thermal stress. Fish Shellfish Immunol 52:157–166. https
://doi.org/10.1016/j.fsi.2016.03.002
Kavaliers M (1982a) Pineal mediation of the thermoregulatory and
behavioral activating effects of β-endorphin. Peptides 3:679–
685. https://doi.org/10.1016/0196-9781(82)90170-x
Kavaliers M (1982b) Seasonal and circannual rhythms in behavioral
thermoregulation and their modifications by pinealectomy in
the white sucker, Catostomus commersoni. J Comp Physiol
146:235–243. https://doi.org/10.1007/BF00610243
Kavaliers M, Ralph CL (1980) Pineal involvement in the control of
behavioral thermoregulation of the white sucker, Catostomus
commersoni. J Exp Zool 212:301–303. https://doi.org/10.1002/
jez.1402120216
Kulczykowska E, Sokołowska E, Takvam B, Stefansson S, Ebbesson L (2004) Influence of exogenous thyroxine on plasma
melatonin in juvenile Atlantic salmon (Salmo salar). Comp
Biochem Physiol B 137:43–47. https: //doi.org/10.1016/j.
cbpc.2003.10.001
Kulczykowska E, Kalamarz H, Warne JM, Balment RJ (2006) Daynight specific binding of 2-[125I]iodomelatonin and melatonin
content in gill, small intestine and kidney of three fish species.
J Comp Physiol B 176:277–285. https://doi.org/10.1007/s0036
0-005-0049-4
Laidley CW, Leatherland JF (1988) Circadian studies of plasma cortisol, thyroid hormone, protein, glucose and ion concentration,
liver glycogen concentration and liver and spleen weight in rainbow trout, Salmo gairdneri Richardson. Comp Biochem Physiol
A 89(3):495–502. https://doi.org/10.1016/0300-9629(88)91063
-8
Leiner KA, Mackenzie DS (2003) Central regulation of thyroidal
status in a teleost fish: nutrient stimulation of T4 secretion and
negative feedback of T3. J Exp Zool A 298:32–43. https://doi.
org/10.1002/jez.a.10255
Little AG (2016) A review of the peripheral levels of regulation by
thyroid hormone. J Comp Physiol B 186(6):677–688. https: //doi.
org/10.1007/s00360-016-0984-2
Little AG, Kunisue T, Kannan K, Seebacher F (2013) Thyroid hormone
actions are temperature-specific and regulate thermal acclimation in zebrafish (Danio rerio). BMC Biol 11:26. https://doi.
org/10.1186/1741-7007-11-26
López-Patiño MA, Rodríguez-Illamola A, Gesto M, Soengas JL,
Míguez JM (2011) Changes in plasma melatonin levels and pineal organ melatonin synthesis following acclimation of rainbow
trout (Oncorhynchus mykiss) to different water salinities. J Exp
Biol 214:928–936. https://doi.org/10.1242/jeb.051516
López-Patiño MA, Gesto M, Conde-Sieira M, Soengas JL, Míguez
JM (2014) Stress inhibition of melatonin synthesis in the pineal
organ of rainbow trout (Oncorhynchus mykiss) is mediated by
cortisol. J Exp Biol 217:1407–1416. https://doi.org/10.1242/
jeb.087916
Lorgen M, Casadei E, Król E, Douglas A, Birnie MJ, Ebbesson LO,
Nilsen TO, Jordan WC, Jørgensen EH, Dardente H, Hazlerigg
DG, Martin SAM (2015) Functional divergence of type 2 deiodinase paralogs in the Atlantic salmon. Curr Biol 25:936–941.
https://doi.org/10.1016/j.cub.2015.01.074
Madsen SS, Korsgaard B (1989) Time-course effects of repetitive
oestradiol-17β and thyroxine injections on the natural spring
smolting of Atlantic salmon, Salmo salar L. J Fish Biol 35:119–
128. https://doi.org/10.1111/j.1095-8649.1989.tb03398.x
Mardones O, Devia E, Labbé BS, Oyarzún R, Vargas-Chacoff L,
Muñoz JLP (2018) Effect of l-tryptophan and melatonin supplementation on the serotonin gastrointestinal content and digestive
enzymatic activity for Salmo salar and Oncorhynchus kisutch.
Aquaculture 482:203–210. https://doi.org/10.1016/j.aquacultur
e.2017.10.003

Author's personal copy
Journal of Comparative Physiology B
Marschall EA, Mather ME, Parrish DL, Allison GW, McMenemy JR
(2011) Migration delays caused by anthropogenic barriers: modeling dams, temperature, and success of migrating salmon smolts.
Ecol Appl 21:3014–3031. https://doi.org/10.1890/10-0593.1
Martin P, Rancon J, Segura G, Laffont J, Boeuf G, Dufour S (2012)
Experimental study of the influence of photoperiod and temperature on the swimming behaviour of hatchery-reared Atlantic
salmon (Salmo salar L) smolts. Aquaculture 362:200–208. https
://doi.org/10.1016/j.aquaculture.2011.11.047
Masuda T, Iigo M, Mizusawa K, Naruse M, Oishi T, Aida K, Tabata
M (2003) Variations in plasma melatonin levels of the rainbow
trout (Oncorhynchus mykiss) under various light and temperature conditions. Zool Sci 20:1011–1016. https: //doi.org/10.2108/
zsj.20.1011
Max M, Menaker M (1992) Regulation of melatonin production by
light, darkness, and temperature in the trout pineal. J Comp
Physiol A 170:479–489. https://doi.org/10.1007/BF00191463
McCormick SD (1993) Methods for nonlethal gill biopsy and measurement of Na + , K + -ATPase activity. Can J Fish Aquat Sci
50:656–658. https://doi.org/10.1139/f93-075
McCormick SD (1996) Effects of growth hormone and insulin-like
growth factor I on salinity tolerance and gill Na + , K + -ATPase
in Atlantic salmon (Salmo salar): interaction with cortisol.
Gen Comp Endocrinol 101:3–11. https  : //doi.org/10.1006/
gcen.1996.0002
McCormick SD (2001) Endocrine control of osmoregulation in teleost
fish. Am Zool 41:781–794. https://doi.org/10.1093/icb/41.4.781
McCormick SD (2013) Smolt physiology and endocrinology. In:
McCormick SD, Farrell AP, Brauner CJ (eds) Fish physiology: euryhaline fishes, vol 32. Academic Press, Waltham, pp
199–251. https://doi.org/10.1016/B978-0-12-396951-4.00005-0
McCormick SD, Saunders RL (1987) Preparatory physiological adaptations for marine life of salmonids: osmoregulation, growth, and
metabolism. Am Fish Soc Symp 21:1–229
McCormick SD, Saunders RL, Henderson EB, Harmon PR (1987)
Photoperiod control of parr–smolt transformation in Atlantic
salmon (Salmo salar): changes in salinity tolerance, gill Na + ,
K + -ATPase activity, and plasma thyroid hormones. Can J Fish
Aquat Sci 44:1462–1468. https://doi.org/10.1139/f87-175
McCormick SD, Hansen LP, Quinn TP, Saunders RL (1998) Movement, migration, and smolting of Atlantic salmon (Salmo salar).
Can J Fish Aquat Sci 55:77–92. https://doi.org/10.1139/d98-011
McCormick SD, Cunjak RA, Dempson B, O’Dea MF, Carey JB (1999)
Temperature-related loss of smolt characteristics in Atlantic
salmon (Salmo salar) in the wild. Can J Fish Aquat Sci 56:1649–
1667. https://doi.org/10.1139/f99-099
McCormick SD, Shrimpton JM, Moriyama S, Björnsson BT (2002)
Effects of an advanced temperature cycle on smolt development
and endocrinology indicate that temperature is not a zeitgeber for
smolting in Atlantic salmon. J Exp Biol 205:3553–3560
McCormick SD, Lerner DT, Monette MY, Nieves-Puigdoller K, Kelly
JT, Björnsson BT (2009) Taking it with you when you go: how
perturbations to the freshwater environment, including temperature, dams, and contaminants, affect marine survival of salmon.
Am Fish Soc Symp Citeseer 69:195–214
Moatar F, Ducharne A, Thiéry D, Bustillo V, Sauquet E, Vidal J-P
(2010) La Loire à l’épreuve du changement climatique. Géosciences 12:78–87
Montoya A, López-Olmeda JF, Garayzar ABS, Sánchez-Vázquez FJ
(2010) Synchronization of daily rhythms of locomotor activity
and plasma glucose, cortisol and thyroid hormones to feeding
in Gilthead seabream (Sparus aurata) under a light–dark cycle.
Physiol Behav 101(1):101–107. https://doi.org/10.1016/j.physb
eh.2010.04.019
Nikaido Y, Aluru N, McGuire A, Park Y-J, Vijayan MM, Takemura
A (2010) Effect of cortisol on melatonin production by the

pineal organ of tilapia, Oreochromis mossambicus. Comp
Biochem Physiol A 155:84–90. https: //doi.org/10.1016/j.
cbpa.2009.10.006
Nisembaum LG et al (2015) In the heat of the night: thermo-TRPV
channels in the salmonid pineal photoreceptors and modulation
of melatonin secretion. Endocrinology 156:4629–4638. https://
doi.org/10.1210/en.2015-1684
Porter M, Randall C, Bromage N, Thorpe J (1998) The role of melatonin and the pineal gland on development and smoltification of
Atlantic salmon (Salmo salar) parr. Aquaculture 168:139–155.
https://doi.org/10.1016/S0044-8486(98)00345-7
Porter M, Duncan N, Handeland S, Stafansson S, Bromage N (2001)
Temperature, light intensity and plasma melatonin levels in
juvenile Atlantic salmon. J Fish Biol 58:431–438. https://doi.
org/10.1111/j.1095-8649.2001.tb02262.x
Premabati Y, Singh K, Gupta BB (2018) Inverse relationship between
diurnal rhythms in plasma levels of thyroid hormones and pineal
arylalkylamine-N-acetyltransferase (AANAT) activity in an airbreathing fish, Clarias gariepinus. Biol Rhythm Res 49:201–214.
https://doi.org/10.1080/09291016.2017.1350443
Randall C, Bromage N, Thorpe J, Miles M, Muir J (1995) Melatonin
rhythms in Atlantic salmon (Salmo salar) maintained under
natural and out-of-phase photoperiods. Gen Comp Endocrinol
98:73–86. https://doi.org/10.1006/gcen.1995.1045
Rourke AW (1994) Melatonin and smolt status. In: MacKinlay DD
(ed) Proceedings of the international fish physiology symposium.
University of British Columbia, Vancouver, pp 110–115
Sangiao-Alvarellos S, Míguez JM, Soengas JL (2007) Melatonin treatment affects the osmoregulatory capacity of rainbow trout. Aquac Res 38:325–330. https  : //doi.org/10.111
1/j.1365-2109.2007.01677.x
Saunders RL, Henderson EB, Harmon PR (1985) Effects of photoperiod on juvenile growth and smolting of Atlantic salmon and subsequent survival and growth in sea cages. Aquaculture 45:55–66.
https://doi.org/10.1016/0044-8486(85)90257-1
Sigholt T, Åsgård T, Staurnes M (1998) Timing of parr-smolt transformation in Atlantic salmon (Salmo salar): effects of changes in
temperature and photoperiod. Aquaculture 160:129–144. https: //
doi.org/10.1016/S0044-8486(97)00220-2
Spence BC, Dick EJ (2013) Geographic variation in environmental
factors regulating outmigration timing of coho salmon (Oncorhynchus kisutch) smolts. Can J Fish Aquat Sci 71:56–69. https
://doi.org/10.1139/cjfas-2012-0479
Spieler RE, Noeske TA (1984) Effects of photoperiod and feeding schedule on diel variations of locomotor activity, cortisol,
and thyroxine in goldfish. Trans Am Fish Soc 113:528–539.
https://doi.org/10.1577/1548-8659(1984)113%3c528:EOPAF
S%3e2.0.CO;2
Stefansson S, Bjürnsson BT, Ebbesson L, McCormic S (2008) Smoltification. In.: Finn RN, Kapor BG (eds) Fish Larval Physiology.Science Publishers, Inc. Enfield (NH) and IBN Publishing Co. Pvt
Strand JE, Hazlerigg D, Jørgensen EH (2018) Photoperiod revisited: is
there a critical day length for triggering a complete parr–smolt
transformation in Atlantic salmon Salmo salar? J Fish Biol
93:440–448. https://doi.org/10.1111/jfb.13760
Tabata M, Meissl H (1993) Effect of temperature on ganglion cell
activity in the photoreceptive pineal organ of rainbow trout
Oncorhynchus mykiss. Comp Biochem Physiol A 105:449–452.
https://doi.org/10.1016/0300-9629(93)90417-3
Thibault C, Falcón J, Greenhouse SS, Lowery CA, Gern WA, Collin JP (1993) Regulation of melatonin production by pineal photoreceptor cells: role of cyclic nucleotides in the trout
(Oncorhynchus mykiss). J Neurochem 61:332–339. https://doi.
org/10.1111/j.1471-4159.1993.tb03572.x
Thorpe J (1977) Bimodal distribution of length of juvenile Atlantic
salmon (Salmo salar L.) under artificial rearing conditions. J

13

Author's personal copy
Journal of Comparative Physiology B
Fish Biol 11:175–184. https: //doi.org/10.1111/j.1095-8649.1977.
tb04111.x
Thorpe J, Morgan R (1980) Growth-rate and smolting-rate of progeny of male Atlantic salmon parr, Salmo salar L. J Fish Biol
17:451–460. https: //doi.org/10.1111/j.1095-8649.1980.tb0277 8.x
Thorpe J, McConway M, Miles M, Muir J (1987) Diel and seasonal
changes in resting plasma cortisol levels in juvenile Atlantic
salmon, Salmo salar L. Gen Comp Endocrinol 65:19–22. https
://doi.org/10.1016/0016-6480(87)90217-6
Tomita T, Hamase K, Hayashi H, Fukuda H, Hirano J, Zaitsu K (2003)
Determination of endogenous melatonin in the individual pineal
glands of inbred mice using precolumn oxidation reversed-phase
micro-high-performance liquid chromatography. Anal Biochem
316(2):154–161. https: //doi.org/10.1016/s0003- 2697(03)00079- 4
Vera L, De Oliveira C, López-Olmeda JF, Ramos J, Mananos E,
Madrid JA, Sánchez-Vázquez FJ (2007) Seasonal and daily
plasma melatonin rhythms and reproduction in Senegal sole kept
under natural photoperiod and natural or controlled water temperature. J Pineal Res 43:50–55. https://doi.org/10.1111/j.1600079X.2007.00442.x

13

Youngson AF (1989) Thyroid hormones in migrating Atlantic
salmon. Aquaculture 82:319–327. https://doi.org/10.1016/00448486(89)90418-3
Zachmann A, Falcon J, Knijff SC, Bolliet V, Ali MA (1992) Effects of
photoperiod and temperature on rhythmic melatonin secretion
from the pineal organ of the white sucker (Catostomus commersoni) in vitro. Gen Comp Endocrinol 86:26–33. https://doi.
org/10.1016/0016-6480(92)90122-z
Zydlewski GB, Haro A, McCormick SD (2005) Evidence for cumulative temperature as an initiating and terminating factor in downstream migratory behavior of Atlantic salmon (Salmo salar)
smolts. Can J Fish Aquat Sci 62:68–78. https://doi.org/10.1139/
f04-179
Publisher’s Note Springer Nature remains neutral with regard to
jurisdictional claims in published maps and institutional affiliations.

