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" Aquaculture Graduate Program, Nilton Lins University, Manaus, Brazil, ? Laboratory of Ecophysiology and Molecular
Evolution, National Institute of Amazonian Research, Manaus, Brazil

Photoperiod is considered an important synchronizer of biological activities and
endocrine pathways, including growth. As ectotherms, fish have many physiological
functions controlled by the photoperiod. However, the combined effects of photoperiod
and temperature should be clarified, particularly for tropical fish living near their upper
thermal limit, as is the case of Amazonian fish. The central aim of this study was
to evaluate the combined effect of photoperiod and temperature on growth and
physiological aspects of tambaqui (Colossoma macropomum). Juveniles of tambaqui
were distributed in 70 L tank, following a factorial design that included three photoperiods
(light O h: darkness 24 h; light 12 h: darkness 12h; and light 18 h: darkness 6h)
associated with three temperatures (26, 29, and 32°C). They were maintained under
these conditions for 2 months. Fish reared in the dark at 29 and 32°C showed better
performance compared to fish reared under extended light conditions at all temperatures.
Among physiological responses, it has been observed that blood parameters tend
to be disturbed with increasing temperature and that extended light conditions at
low temperatures caused similar effects on the analyzed fish, suggesting blood
hemoconcentration. Fish under extended light conditions showed an increase in glucose,
cortisol, cholesterol, and total proteins, indicating additional physiological disturbances.
In conclusion, our study shows that, unlike marine and temperate fish, C. macropomum,
a fish species endemic to the Amazon, grows better in warmth dark, showing no
significant physiological disturbances, similar to observations described for wild animals
of this species. Our results support that changes in fish growth occur in response
to environmental conditions. Therefore, fish species from freshwater, estuarine, and
marine environments, must be specifically analyzed regarding the combination effects
of photoperiod and temperature.

Keywords: amazon, aquaculture, climate change, environmental factors, metabolism, neotropical fish

INTRODUCTION

Climate change affects fish growth and physiology (Cheung et al., 2013; Campos et al., 2017). In
the coming years, warming of water bodies will force fish to migrate to areas previously unsuitable
for their survival in response to declining food resources (Perry et al., 2005; Portner and Farrell,
2008). As a consequence, a decline in fish growth rates of 14-24% is expected, which will affect
fisheries and the respective food industry due to changes in the dynamics of marine, estuarine, and
freshwater ecosystems (Cheung et al., 2013).
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For many decades, environmental manipulation has been
used to improve growth of several species in aquaculture (Nerici
et al, 2012; Imsland et al, 2013) and light has been shown
to be an important synchronizer of biological fish activities,
improving breeding conditions, and growth (Boeuf and Le
Bail, 1999; Bromage et al., 2001). Photoperiod is an important
zeitgeber for fish affecting feeding, behavior, and modulating
the responses associated to the stress over seasons (Trippel and
Neil, 2003; Imsland et al., 2006). Studies with salmonids and
other temperate species have highlighted a positive relationship
between prolonged or continuous light and growth, with
stimulus of food intake, better feed conversion rate, and nutrient
uptake (Taylor et al., 2006). In addition, many studies report
an effect of light on the somatotrophic axis, regulating the
production of growth hormone, which is responsible for the
somatic development in vertebrates (Bjornsson, 1997; Handeland
et al., 2003; Taylor et al., 2005).

Seasonal changes in photoperiod and temperature are
synchronized in natural environments. Fish activity are, in
general, highly dependent on temperature (Elliott, 1982). The
optimal temperature for growth in freshwater fish can be altered
according to changes in the photoperiod (Coutant et al., 1984;
Woiwode and Adelman, 1991). However, light also affects marine
and temperate species, as showed by Doskeland et al. (2016) for
the Atlantic salmon Salmo salar L. Some studies have revealed
limiting effects of continuous light at higher temperatures for
growth, whereas at lower temperatures these effects appear
to increase fish development (Solbakken et al., 1994; Imsland
et al,, 1995, 2017; Lohne et al,, 2012). These studies suggest
an interactive effect of photoperiod and temperature on fish
growth. Nonetheless, as far as we know, there are no evidences
if the impact of the variations of these environmental factors
can cause losses on the growth of cultivated animals in the
Amazon, althought some studies have indicated effects of light or
temperature (not in combination) on metabolic indexes (Biswas
and Takii, 2016), and hematological parameters (Biswas et al.,
2004; Bani et al., 2009) for others species.

Tambaqui, Colossoma macropomum, belongs to the
Serrasalmidae family and is endemic to the Orinoco and
Amazon rivers (Goulding and Carvalho, 1982; Mirande, 2010).
This species is overexploited in nature, mainly in the Brazilian
Amazon basin, and so, aquaculture currently supplies consumer
markets in Brazil, Colombia, Peru, and Venezuela (Oliveira
et al., 2012). The presence of tambaqui and its hybrids have

Abbreviations: ADAPTA, Adaptations of Aquatic Biota of the Amazon; AOAC,
Association of official analytical chemists; BSE, Before the Start of the Experiment;
CAPES, Brazilian Coordination of Improvement of Personnel at Superior Level;
CE, Condition Factor; cf., Check out; CNPq, National Research Council of Brazil;
CTTPA, Center for Technology, Training and Production in Aquaculture; D, Dark;
ELISA, Enzyme Linked ImmunonoSorbent Assay; FAPEAM, Amazonas State
Foundation Research; FCR, Feed conversion ratio; FI, Feed intake; INPA, Brazilian
National Institute for Research of the Amazon; IPCC, Intergovernmental Panel
on Climate Change; L, Light; LEEM, Laboratory of Ecophysiology and Molecular
Evolution; MCH, Mean corpuscular hemoglobin; MCHC, Mean concentration of
corpuscular hemoglobin; MCV, Mean corpuscular volume; nm, Nanometer; PER,
Protein efficiency ratio; PNP, Extended Amazonian photoperiod; RBC, Red Blood
Cells; S, Survival Rate; SEM, Standard error of mean; SGR, Specific Growth Rate;
SNP, Regular photoperiod of the Amazon; WG, Weight gain.

been reported in several Latin American countries, in the
United States of America, and in various countries in Asia,
including China, Indonesia, Malaysia, Myanmar, Vietnam,
Thailand, and Singapore, either introduced by accident or
deliberately in fish farms (FAO, 2017, 2018; Nico and Neilson,
2018).

Studies involving manipulation of environmental factors and
their effects on growth are scarce for Amazonian fish. For
tambaqui, Oliveira and Val (2017) found a decrease in the feed
efficiency of the animals submitted to the drastic scenario A2
(increase of 4.5°C and 850+ ppm of CO, in relation to the
current levels) as predicted for the year 2100 by the IPCC (2007),
suggesting increases in the cost of production due to the increase
in food consumption and rearing time. Thus, in the coming
decades, the great challenge will be to promote the development
of techniques that ensure optimal fish growth rates under global
warming scenarios (Baudron et al., 2014; Liang et al., 2018).

Therefore, considering that fish may present different
growth patterns in the environmental scenarios foreseen for
the near future, this study was designed to analyze if the
exposure to different combinations between the photoperiod
and the temperature can affect the Amazonian tambaqui. We
hypothesized that the effect of photoperiod on the growth and
physiological aspects of tambaqui is temperature dependent and
that environmental manipulation is effective in reducing rearing
time, ensuring better growth rates.

MATERIALS AND METHODS

Fish, Experimental Design and Facilities

All procedures and experimental manipulations used in this
study were performed according to the Brazilian Guidelines
for Animal Care and were approved by the Ethics Committee
for the use of Animals of the Brazilian National Institute for
Research of the Amazon (INPA), protocol number 026/2015.
Juveniles of tambaqui were purchased from the Center for
Technology, Training, and Production in Aquaculture (CTTPA,
Manaus, Brazil) (1°55'07.75/59°27'59.7W) and transported to
the Laboratory of Ecophysiology and Molecular Evolution of
INPA (LEEM/INPA). In the laboratory, the fish were kept in two
3000 L fiberglass tanks, supplied with flow thru water, under a
12:12 h light:dark (or L:D) photoperiod and temperature varying
between 26 and 27°C for 2 weeks for acclimatization to local
conditions. During this period, the fish were fed ad libitum with
commercial feed of 2-4mm (Nutripeixe Tr 36-36% protein,
Purina Co., Sdo Paulo, SP, Brazil), twice a day (at 9h and 16h)
(Table 1). Feeding was suspended 48 h prior resettlement in the
experimental tank.

After this period, juveniles weighing 16.22 + 0.15g and
measuring 10 & 0.04 cm (N = 270, mean =+ standard deviation)
were randomly distributed in 70L tanks (80 x 50 x 40cm,
LxWxD) following a factorial scheme that included three
photoperiods and three temperatures to evaluate the effects these
variables on growth performance and physiological responses
after 60 days. The photoperiods were: dark (D, 24 h dark), regular
photoperiod of the Amazon (SNP, 12:12 L:D) and extended
Amazonian photoperiod (PNP, 18:6 L:D). The temperatures
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TABLE 1 | Proximate composition of commercial feed applied in this study?.

Component Content (%)
Protein 35.4
Lipid 3.9

Ash 12.3
Crude fiber 2.7

Dry matter 41
Carbohydratesb 41.6

aBromatology analysis was carried in the Laboratory of Fish Nutrition at INPA
following the Association of official analytical chemists (AOAC) (1995) recommendations.
bCarbohydrates = 100— (protein + lipid + ash + fiber).

tested were 26, 29, and 32°C. These temperatures were set in
accordance with preferred range of tambaqui in the wild (Araujo-
Lima and Goulding, 1998). Thus, nine experimental conditions
were established: D-26, D-29, D-32, SNP-26, SNP-29, SNP-32,
PNP-26, PNP-29, and PNP-32. Three replicates (n = 3) of each
experimental condition were employed.

The tanks were kept in an isolated room and were arranged on
benches and covered with black plastic covers to avoid the contact
of fish with the external luminosity. All tanks were supplied with
2L.min""! of aerated well water from a head tank. A chemical
filter was positioned between the head tank and the experimental
tank to reduce ammonia levels in the water. Fluorescent lamps
(36 watts, AT T10, 5,600 K, ARTEK® Co, Sao Paulo, Brazil) were
placed 50 cm above the surface of the water and controlled by
timers (6610, DNI®, Brazil) set to start daily at 6 a.m and shut off
according to experimental photoperiods. For the dark treatment
(D), the benches received the lamps, but these were off during the
experimental period. Heaters (Aquarium, H-606, Hopar®) and
coolers coupled to a thermostat (TIC-17RGT, Full Gauge, & 0.01
accuracy) were placed in the tanks to ensure the maintenance of
the experimental temperatures. The food remains were siphoned
through a hole in the lid of the tanks opened only for this
operation.

Experimental Procedure and Sample

Collection

After being transferred to the experimental tanks, the fish
remained for 1 week under the same acclimation conditions
(12L:12D, 26°C, 5.3 £ 0.10mg 0,.L7!, pH 6.40 &+ 0.20, 9
+ 240 uS.cm™!; 0.086 £ 0.01 mmol.L™! Na*; 0.026 £ 0.01
mmol.L~! K). The initial health conditions of the animals were
verified by sampling one fish per tank for hematological and
biochemical analysis (Before the Start of the Experiment—BSE).
After this period, temperatures were gradually changed at a rate
of 1.0°C per day until reaching 29°C and 32°C, respectively.
At the same time, the coolers coupled to the thermostats were
activated to reduce the temperature to 26°C at the same rate.
The temperature was stabilized within 3 days. Thus, on the
fourth day (day O of the experiment), the exposure period to
the experimental combinations, as indicated above, was started.
During the experimental period, fish were fed a commercial
feed of 2-4 mm (Nutripeixe Tr 36-36% protein, Purina Co, Sdo
Paulo, SP, Brazil), twice a day (9a.m., 4 p.m., see Table 1). The

unconsumed pellets were collected 30 min after feeding in each
tank by means of siphoning. The traces were air dried and
weighed to calculate feed intake (FI) and feed conversion ratio
(FCR). The tank water was renewed daily at a rate of 20% to avoid
increasing ammonia levels. The water quality was checked after
the last feeding every day throughout the experimental period.
On days 15, 30, and 60, nine fish were collected, three animals
per tank, which were anesthetized with buffered anesthetic
(1gL™! MS 222 + 2gL~! NaHCO;3, Sigma Aldrich®, USA),
measured with the aid of an ichthyometer with 0.1cm of
precision and weighed using an analytical balance (Model Marte
BL3200H, Minas Gerais, Brazil) with 0.1g of precision for
the analyzes of the growth indices. Immediately after growth
measurements, blood samples (1.5mL) were collected from
caudal vein using heparinized syringes (lithium heparin, Sigma
Aldrich®, USA) for the determination of hematological and
biochemical parameters. After each sampling period, fish marked
with fluorescent elastomer (Northwest Marine Technology®,
Shaw Island, Washington, USA) on the pectoral fin were
transferred to the experimental tank to maintain biomass density.

Growth Parameters
Growth analysis was performed following the parameters
described below:

Weight gain (WG, g) = Final Weight (¢)—Initial Weight
(g)/number of fish per replicate

Specific growth rate (SGR, %) = 100x [In final weight (g)—In
initial weight (g)]/(days of feeding period)

Feed intake (FI, g) = total feed consumed (g)/number of fish per
replicate

Feed conversion ratio (FCR) = feed intake (g)/weight gain (g)

Condition factor (CF) = weight (g)/length (cm)*8* (2.84
corresponds to the regression coeflicient for the growth of
tambaqui populations in the wild (Araujo-Lima and Goulding,
1998)

Protein efficiency ratio (PER, %) = [weight gain (g)/feed intake
(g) x% protein ration] x 100

Survival Rate (S,%) = 100x (final number of fish/initial number

of fish)

Blood Analysis

After collection, the blood samples were stored in 2 ml Eppendorf
bullets and kept on ice. Total blood aliquots were diluted
in a solution of formaldehyde citrate (3.8 g Na3Hs07.2H,O0,
20mL 40% H;O formaldehyde and distilled water q.s.p
100mL) for RBC counts (RBC) using a Neubauer chamber
under 40x magnification on a Motic Professional B5 optical
microscope (Motic®, USA). Hematocrit was determined by
the microhematocrit method described by Goldenfarb et al.
(1971). The hemoglobin concentration was measured using the
cyanometahemoglobin method described by van Kampen and
Zijlstra (1961). The red cell index MCV (mean corpuscular
volume), MCH (mean corpuscular hemoglobin) and MCHC
(mean concentration of corpuscular hemoglobin) were calculated
according to (Brow, 1976).
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Plasma Metabolites

Plasma was obtained by centrifugation of whole blood in an
Eppendorf centrifuge (model 5430R, Hamburg, Germany)
at 1834 RCF for 7min and stored at —80°C until analysis.
Cortisol concentration was determined by the ELISA method
using a commercial kit (Diagnostic Biochem Canada®,
Canada) following the manufacturer’s recommendations that
were adapted for reading on a plate spectrophotometer
(Spectra max Plus, model 384, Molecular Devices®,
USA) at 450nm. Cortisol concentrations are expressed as
ng.mL~L,

The glucose concentration was quantified by the enzymatic
colorimetric method using a commercial kit (In vitro®, Minas
Gerais, Brazil), following manufacturer’s instructions adapted
to a plate spectrophotometer (Spectra max Plus, model 384,
Molecular Devices®, USA) at 500 nm. This method measures
the oxidation of glucose caused by the enzyme glucose oxidase.
Glucose concentrations are expressed in mg.dL™".

Cholesterol and triglyceride concentrations were also
determined using a commercial kit (In vitro®, Minas Gerais,
Brazil) following the manufacturer’s instructions. Both protocols
were adapted to a plate spectrophotometer (Spectra max Plus,
model 384, Molecular Devices®, USA) and determined at
500 nm. The concentrations of both metabolites are expressed in
mg.dL~L.

Total protein levels were determined by the biuret method
using a commercial kit (I vitro®, Minas Gerais, Brazil) following
manufacturer’s instructions adapted to a plate spectrophotometer
(Spectra max Plus model, 384, Molecular Devices®, USA) at
550 nm. The concentrations of total proteins are expressed in
gdL L

Water Quality

Dissolved oxygen (mg.L_l), temperature (°C) and water
pH were measured every day using YSI probes (YSI®
60 and 85 models, USA). Ammonia concentrations
were determined according to the colorimetric method
described by Verdouw et al. (1978) and are expressed in
pwmol.L L.

Statistics

All data are presented as mean + standard error of the mean
(SEM; N = 9; n = 3). Prior to the analyzes, normality and
homogeneity of the variances were verified using the Sigma Plot
11.0 package (Systat Software Inc., USA). Data transformation
was applied when the assumptions for parametric analysis were
violated. Two-way ANOVA was used to test the effects of time
and experimental combinations (photoperiod and temperature),
and the presence or absence of interaction between these two
factors on growth parameters and physiological responses. To
evaluate the water quality and differences between treatments
in relation to initial experimental group (BSE) during the
experiment, a one-way ANOVA was performed. The Tukey
test was used to determine the significance of the differences
among the means. Significant differences were accepted when
p < 0.05.

TABLE 2 | Water quality in tanks over the experimental period.

Dissolved oxygen (mg.L~1) pH Temperature (°C)

Ammonia (pmol.L=1)

Time!

T60

T30

T15

T60

T30

T15

T60

T30

T15

T60

T30

T15

TREATMENT
D-26
D-29
D-32

26 + 0.102

26 + 0.202
29 + 0.20°

0.26 + 0.01 5.4 £+ 0.10 5.9 £ 0.40 5.0 £ 0.20 54 £ 0.10 4.7 £0.10 4.9 £0.30 26 + 0.102
32 4+ 0.10¢

0.29 + 0.01
0.17 £ 0.01

0.29 + 0.01
0.12 £ 0.01
0.12 +£ 0.01

0.28 +£ 0.10
0.22 £ 0.10
0.13 £ 0.10

29 + 0.10°
32 4+ 0.20¢

29 + 0.10°
32 + 0.01¢

5.0 £ 0.30 45+ 0.20 5.7 £ 0.10 5.3 £ 0.04 4.8 £0.30

5.5+ 0.10

5.0 £0.30 5.5+ 0.40 55+ 0.10 4.5+ 0.20 4.8 £0.30

5.3 £0.10
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FIGURE 1 | Weight gain (g) of juveniles of Colossoma macropomum under controlled conditions of photoperiod and temperature. Data are mean + SEM (n = 3). The

different capital letters indicate significant differences in the same treatments over the experimental period (o < 0.05), while the lower-case letters indicate significant
differences in the different treatments in the same experimental period (p < 0.05).
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RESULTS

Water Quality

The water quality are presented in Table2. The levels of
ammonia, dissolved oxygen, and pH presented no significant
differences over the experimental period, while the temperature
varied as we expected, according to the values preset for this study
(p < 0.05).

Growth

Tambaqui performance was influenced by combinations of
photoperiod and temperature as shown in Figures1, 2 and
Table 3. In our study, the increase in temperature combined with
photoperiod had a great effect on growth. Overall results show an
increase for WG, SGR, FI, CE, PER, and lower FCR for fish reared
under D-32 conditions in contrast to the lower performance
observed for fish reared under SNP-26 and SNP-32 conditions.
PNP-fish at all temperatures had a similar performance, although
the final WG, SGR, FCR, CF, and PER were lower than the D-
32 fish, whose performance was also higher when compared to
other treatments (p < 0.05). The increase of the photoperiod at
lower temperatures, as observed for the treatment with PNP-26,
increases FI and SGR, but is not compensated with better FCR,
CF, and PER compared to fish at the same temperature in shorter
photoperiods (p < 0.05).

Blood Parameters

The blood parameters of tambaqui juveniles under different
photoperiod and temperature conditions are shown in Table 4.
It was observed an increase in Hb, Ht, and RBC in fish raised at
32°Cin D, SNP, and PNP, compared with fish at 26°C (p < 0.05),
except for the PNP-26 treatment, where these variables were
higher (p > 0.05, Table 4). At the end of the experiment, fish
under PNP-29 had Hb, Ht, and RBC similar to fish grown
at 26°C, although they remained similar to fish in the same
photoperiod, for Ht and RBC, and for all other photoperiods
at 32°C (p > 0.05). MCV, MCH, and MCHC were similar
among treatments at 29 and 32°C over the experimental period.
However, high VCM was observed for SNP-26 and PNP-26
compared to fish groups exposed to 29 and 32°C at 15 days; at
30 days, these differences were also observed between these two
groups (SNP-26 and PNP-26). Lower MCH and MCHC were
observed for fish under PNP-26 when compared to the SNP-
32 group (p < 0.05). In general, the main differences between
treatments and the group before the start of the experiment
(BSE) for the hematological variables were verified at the highest
temperatures and the prolonged photoperiod (p < 0.05).

Plasma Metabolites

Cortisol

An increase in cortisol levels was observed mainly at 30 days in
all treatments (Figure 3). A similar pattern was observed among
treatments in the same photoperiod, excluding the lowest level
observed for the SNP-26 treatment when compared to the SNP-
32 fish (p < 0.05). The increase in photoperiod and temperature
were the main factors for the elevation of cortisol levels in

tambaqui compared to BSE fish at the end of the experimental
period (p < 0.05, see Figure 3).

Glucose

PNP-26 and SNP-32 treatments showed the most significant
effect on plasma glucose levels of tambaqui (Figure 4). Glucose
levels were significantly higher at 32°C for all photoperiods
(p < 0.05). Compared to BSE, an overall increase of plasma
glucose levels were observed.

Cholesterol and Triglycerides

Cholesterol and triglycerides varied between treatments (see
Table 5). Elevated cholesterol levels were observed in PNP-32 fish
compared to other treatments, except for 15 days for PNP-26 and
for SNP-32 at 60 days (p < 0.05). In contrast, triglycerides were
higher in the treatment of SNP-26 with remarkable differences
in relation to fish of treatments D-32, SNP-32, and PNP-32 at 30
days (p < 0.05).

Total Proteins

Total protein levels in tambaqui plasma were similar among
treatments (p > 0.05), except for fish under PNP-26 which
exhibited high concentrations over the experiment, when
compared to fish under the same photoperiod at 60 days and fish
under darkness at all temperatures (p < 0.05) (Table 5). On the
other hand, high levels of total proteins were observed only for
PNP-26 and SNP-32 at the end of the experiment, in contrast to
fish of the BSE group (p < 0.05).

DISCUSSION
Water Quality

The water quality showed no significant differences, except for
the temperature that varied according to preset levels, as expected
(Table 2). The observed variations of water quality remained
within the range required for rearing tambaqui, as reviewed by
several authors (Almeida-Val and Val, 1995; Araujo-Lima and
Goulding, 1998; Souza-Bastos et al., 2017; Wood et al., 2017). For
these authors, the rusticity of the species is based on its resistance
to hypoxia, water acidity, and total ammonia, which preserves its
growth performance in aquaculture.

Growth

Tambaqui growth varied according to the combination of
photoperiod and temperature, as previously described in studies
for temperate species such as Salmo salar L. (Knutsson and
Grav, 1976), Perca flavescens and Stizostedion vitreum cf. Sander
vitreus (Huh et al, 1976). These studies showed a positive
relationship between the increase in daylight extension and
the increase in temperature, and that photoperiod effects on
growth were strongly modulated or dependent on the preferred
environmental temperature of the species (Clarke et al., 1978;
Imsland et al., 2007a). Photoperiod effects on tambaqui growth
are modulated by temperature, as we hypothesized. However,
different from other studies, darkness, when associated with
higher temperatures (29 and 32°C for this study), is more efficient
to promote better growth in tambaqui (Figures 1, 2 and Table 3).
Thus, the best performance observed for the animals of the D-32
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TABLE 4 | Hematological parameters of juveniles of Colossoma macropomum at different experimental trials (D-26, D-29, D-32, SNP-26, SNP-29, SNP-32, PNP-26,

PNP-29, and PNP-32).

Time Treatment Hb (g.dL~7) Ht (%) RBC (105/mm3) MCV MCH (pg) MCHC (%)
BSE Sample pool 6.30 &+ 0.20 29.15 & 0.70 1.80 & 0.06 161.25 + 2.20 34.80 & 1.00 22.65 + 0.40
15 days D-26 6.00 + 0.10%A 25.75 + 0.608A 1.60 & 0.058A 161.10 + 0.60°d 36.40 + 0.70%P 22.20 + 0.308PA
D-29 8.60 + 0.20° 30.60 + 1.10PAB 2.00 + 0.07°9 153.35 + 3.50P¢ 40.40 + 0.80%" 27.20 + 0.309AB"
D-32 8.10 £ 0.30°A 32.00 + 0.40PAB 2.10 £ 0.06°9%8 152,40 + 3.00P° 38.80 + 0.50P°4A 24,00 + 0.30P°A
SNP-26 5.85 & 0.208A 26.50 + 0.602 1.60 + 0.032A 174.50 + 2.108A 36.70 & 0.90P°A 22,30 + 0.558PA
SNP-29 8.20 + 0.30°" 31.25 + 0.80P 2.00 + 0.10°d 148.85 + 2.8520 37.70 & 0.8580¢d 2510 4 0.60°9AB"
SNP-32 8.00 + 0.20°A 31.70 + 0.40PA 2.00 + 0.03°d 148.10 + 2.9520A 39.45 + 0.60°%" 2530 + 0.50°9"
PNP-26 7.10 + 0.30°A 31.75 + 0.65P 2.10 + 0.05¢d 168.10 + 3.409€ 35.00 =+ 0.802 21.90 =+ 0.3020A
PNP-29 8.20 + 0.20°" 31.20 + 1.10° 1.90 + 0.05P°A 145.40 + 2.5080A 40.40 + 1.109" 26.50 + 0.259A7
PNP-32 8.20 + 0.10°A" 33.40 + 0.50P" 2.15 + 0.049AB 148.40 + 1.908bA 38.90 + 0.70Pcd 24.70 + 0.15C0AB
30 days D-26 7.00 + 0.1020B 27.40 + 0.459°B 1.80 & 0.0328 154.60 + 2.002 37.80 + 0.602P 24.60 + 0.502PB
D-29 8.20 + 0.10°9" 30.50 + 0.60PA 2.10 + 0.07° 159.50 + 3.3020 39.80 + 0.608% 26.50 + 0.5080A"
D-32 7.50 £ 0.30°°A" 31,75 + 0.50°A 2.00 + 0.03%A 159.20 + 2.602° 37.75 + 0.402PA 23.50 + 0.302A
SNP-26 7.40 £ 0.20°8 27.40 + 1.102 1.70 + 0.082B 154.70 + 2.75%8 39.70 + 1.008%8" 2540 + 0.30°5
SNP-29 8.30 + 0.10°d" 32.75 + 0.75P 2.10 + 0.08° 155.00 + 3.1020 37.80 + 0.302P 23.90 + 0.2520A
SNP-32 8.00 + 0.20°9A" 31,00 + 0.20PA 2.10 + 0.06° 154.95 + 3.0029AB 40,20 + 0.70°A" 24.94 + 0.40%"
PNP-26 8.10 + 0.20°9B" 3240 + 0.70° 2.10 + 0.08P 166.30 + 1.90P 36.50 + 0.802 23.10 + 0.302*
PNP-29 8.50 + 0.10%" 33.25 + 0.80°" 2.10 + 0.05°8" 148.60 + 2.60%AB 39,65 + 0.902°" 25.70 =+ 0.20808"
PNP-32 7.55 £ 0.20°°A" 32,60 + 1.00° 2.10 + 0.04PA 155.65 + 2.008PAB 39,00 + 1.002° 24.10 + 0.508PA
60 days D-26 8.10 & 0.302C" 29.10 4 0.602PB 1.80 & 0.072AB 156.50 + 2.50 37.80 + 1.802 25.70 4 0.508"
D-29 8.60 + 0.102P" 32.80 + 0.50°8" 2.10 + 0.03%" 155.80 + 1.55 41.70 + 0.60P¢" 26.70 + 0.105"
D-32 9.00 =+ 0.20P8 34.30 + 0.20°8" 2.20 + 0.05%8" 160.90 + 3.00 42.80 + 0.80°°B"  26.60 + 0.305"
SNP-26 7.80 + 0.202P" 28.50 + 0.802P 1.80 + 0.052bB 157.10 + 1.608 39.25 + 0.908PAB™ 2560 + 0.605"
SNP-29 8.70 + 0.402P" 32.90 + 0.50°" 2.20 + 0.04°" 152.70 + 2.70 38.50 + 0.952P 25.85 + 0.908"
SNP-32 9.25 + 0.20°8" 34.50 + 1.00°B" 2.20 + 0.05¢" 158.80 + 3.808 43.10 + 1.00°B" 25.90 + 0.50"
PNP-26 8.55 + 0.102°B" 32,50 + 0.60°" 2.10 + 0.03° 162.30 + 2.65 40.20 + 0.508%¢" 2560 + 0.508"
PNP-29 7.90 + 0.202° 31.50 + 0.20P¢ 2.00 + 0.02°°AB 155,60 + 1.308 38.50 + 0.7520 25.60 =+ 0.3020"
PNP-32 9.10 + 0.15°8" 34.10 + 0.60°" 2.20 + 0.055" 160.10 + 3.408 40.90 + 0.508°¢" 2590 + 0.408"
TWO-WAY ANOVA
Time ns
Treatment
Interaction . ns .

Data are mean + SEM (N = 3). Different underlined capital letters in the columns indicate significant differences in the same treatments over the sampling period (p <0.05). The lowercase
letters in the columns indicate significant differences in the different treatments for the same experimental time (p <0.05). Hb, hemoglobin; Ht, hematocrit; RBC, erythrocyte count; MCV,
mean corpuscular volume; MCH, mean corpuscular hemoglobin; MCHM, mean corpuscular hemoglobin concentration.
*indlicate significant differences compared to the initial experimental group (BSE); “p < 0.05; *** p < 0.001; ns, no significant. D, darkness; SNP. regular photoperiod of the Amazon;
PNPR, extended Amazonian photoperiod.

treatment, when compared to the other treatments, is explained
by the natural life history of the studied species. In wild areas,
tambaqui lives near or under aquatic vegetation and in forest-
shaded water bodies where it finds shelter, food, and poor lighting
in the muddy waters of Amazonian floodplains (Araujo-Lima
and Goulding, 1998). Our data contrast with Mendonga et al.
(2012) that recommended 15-h or more of light for a better
growth performance of tambaqui. We believe that the darkness
associated with temperatures above 30°C offer better conditions
for better growth, since they mimic the light and temperature
conditions found in nature and in fish farms, especially in the dry
season, when Secchi disk reads are 20 cm (Sioli, 1984; Araujo-
Lima and Goulding, 1998). Our study demonstrates that such

effects appear to be persistent in laboratory and field conditions,
as also observed for Gadus morhua (Atlantic cod) by Imsland
etal. (2007D).

Similar growth rates were recorded in the same photoperiod
of the SNP-26 animals and higher growth rates in relation to D-
26 and SNP-26 (Figures 1, 2 and Table 3). A growth-stimulating
effect has been reported in continuous light at low temperatures
for species such as Hippoglossus hippoglossus L. and S. salar
(Jonassen et al., 2000; Lohne et al., 2012; Handeland et al.,
2013). According to the findings of Daskeland et al. (2016), the
magnitude of these effects is inversely related to the increase
in temperature indicating higher efficiency for animals raised at
low temperatures when in continuous light, than at temperatures
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close to the optimum of the species. Even not testing a continuous
light condition, the increase in the natural photoperiod found in
nature by the species indicated the same effect in our study for
tambaqui, although it was not accompanied by good indicators
of food efficiency and body condition. Thus, our data contrast
with the results of Imsland et al. (2007a) who reported lower
growth rates for Gadus morhua raised in continuous light and
low temperatures compared to those animals raised at 10 and
13°C in the same photoperiod, as the growth rates for tambaqui
were similar over time (Figures 1, 2 and Table 3).

In the treatments where it was applied the natural
photoperiod found by tambaqui in nature, the feed efficiency
was compromised, as previously described by Aride et al. (2006).
Thus, in our study, the best feed conversion for the D-32 group
may be associated with the fact that the animal is prepared to
process the food near or at night. We believe that exposure to
darkness, associated with increased temperatures, promotes an
optimization of digestive enzyme activities, and absorption of
nutrients from the ingested food. Previous studies with tambaqui
and pirapitinga Piaractus brachypomum support our hypothesis
(Baras et al., 1996; Van der Meer et al., 1997). Thus, the increase
in protein and condition factor efficiency was correlated with the
increase in body mass as a consequence of better conversion of
the food after 30 days (Table 3). The maintenance of high food
intake in fish raised under the Amazon natural photoperiod,
which presented a lower performance than the D-32 group,
occurred due to the increase in the energetic costs due to the
longer time for social contact, swimming, and competition for
food. Thus, our data are in agreement with the observations of
Adewolu et al. (2008) when they suggested a lower performance
for the African catfish Clarias gariepinus subjected to natural
photoperiod (12L: 12D) and continuous light. In addition, our
personal observations suggest that these behaviors are more
influenced by the temperature increase because the smaller fish
take more time to obtain the food in relation to the larger ones,
pointing out the existence of hierarchy of dominance associated
with the size of the animals.

Physiological Indexes

Blood reflects the physiological state of animals in the face of
environmental challenges (Zhou et al., 2009). The increase in
water temperature tends to cause elevation of blood oxygen
transport capacity suggesting a greater need for oxygen transfer.
Under hypoxemic conditions or high demand for oxygen, splenic
contractions followed by release of young erythrocytes improve
oxygen transfer (Houston and Murad, 1995). However, the
associated effects between photoperiod and temperature on these
responses need to be further clarified.

Our study shows that the increase in temperature associated
with all photoperiods caused an increase of RBC, Hb, Ht, and
corpuscular constants (Table 4). These data are in agreement
with those of Valenzuela et al. (2008) who observed an
increase for RBC, Hb, and Ht of rainbow trout Oncorhynchus
mykiss under 12L: 12D and under continuous light at warmer
temperatures (18°C), suggesting that respiratory capacity is
temperature dependent. Surprisingly, our study also showed
that prolonged photoperiod at lower temperatures cause

hemoconcentration. We believe that changes in blood properties
occurred in response to increased respiratory demand due to
additional costs with activities such as swimming, digestive
needs, and social contact (Chudzik and Houston, 1983).

Fish under stressful conditions exhibit elevated levels of
glucose and cortisol, which compromise vital activities (Barton
and Iwama, 1991; Barton, 2002). Several studies reported acute
stress conditions after handling, short exposure or even absence
of photoperiod variation (Biswas et al., 2006, 2008; Bani et al.,
2009; Veras et al., 2013). The increase in cortisol levels, for all
treatments, is strongly influenced by the increase in temperature
after 30 days (Figure 3) and suggests that exposure time is a
stressful condition itself. It is noteworthy that in nature, fish
can look for places where their vital activities are optimal.
In this study, the impossibility of choosing environmental
optima and the need to mobilize energy more quickly for the
supply of metabolic needs under stressful conditions triggered
such responses. These effects are more evident both when the
photoperiod is increased as in the present study and when the
temperature is increased as observed by Jaxion-Harm and Ladich
(2014) for the common carp Cyprinus carpio.

The elevation of glucose levels for the PNP-26 and PNP-
32 animals suggests increased energy mobilization (Figure 4).
The slight increase for the SNP-26 fish, at 30 and 60 days, and
the PNP-26 may be associated with the feeding regime (see
Table 1). In addition, fish reared at 29 and 32°C showed lower
levels of glucose (Figure 4). The data of Biswas et al. (2004) and
Biswas and Takii (2016) did not show differences in glucose levels
for Oreochromis niloticus and Oplegnathus fasciatus submitted
to intermittent photoperiods for 3 months and also different
luminosity. Our study, however, shows that higher temperatures
combined with shorter photoperiods promote a better use of
glucose and that longer photoperiods increase the energy cost for
tambaqui when associated with different temperature levels.

We observed that fish at lower temperatures tended to
maintain high triglyceride levels compared to the other
treatments, regardless the photoperiod interval (Table5). So,
this elevation may have ensured greater thermal stability and
protection to the animals in these temperatures due to the
time of exposition and impossibility of the animals to move to
confortable temperatures under the experimental conditions, as
they would do in nature (see Figure 4). However, our data suggest
that the elevation of cholesterol levels in the fish reared under
PNP-32 is a result of the impact caused by the combination of the
higher temperature and photoperiod. For tambaqui, in contrast
to what has been suggested for marine and temperate species, the
simultaneous elevation of photoperiod and temperature causes
physiological impacts that do not ensure good conditions for
fish growth, explaining the lower growth of animals under these
conditions compared to the animals in the dark at 32°C.

Plasma total protein levels in this study were relatively stable
(Table 5). Fish under PNP-26 maintained the highest levels
of plasma protein in contrast to other treatments (Table 5).
Contrary to what we have observed, Sala-Rabanal et al. (2003)
found lower protein levels for Sparus aurata maintained at 8°C
for 20 days. Tambaqui under the present experimental protocol
may have increased plasma protein levels due to the reduced use
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of available proteins in the diet, which did not result in different
growth rates as observed for SNP-32 and SNP-26 fish (Table 5).

Seasonal and estuarine species have their growth rates
controlled by seasonal changes resulting from increased
photoperiod and environmental temperatures in the summer
and spring. However, this pattern is not similar among species,
since the potentiating effect of growth promoted by periods
of prolonged or continuous light may become limited at
elevated temperatures (Lohne et al., 2012; Dgskeland et al.,
2016). In natural environments, the photoperiod affects
fish development, in addition to plankton productivity and
migration, an important food source, and oxygen producer in
these ecosystems. Nowadays, anthropogenic activities, pollution
levels and global warming potentiate the harmful effects of
temperature on aquatic communities (Harley et al., 2006). The
decline in productivity in marine regions, changes in migratory
patterns, animal metabolic stress, and increased mortality are
expected effects in the coming years, resulting in direct impacts
on fisheries and aquaculture industries (Brander, 2007). Our
results, in this context, show that fish exposure to temperatures
out of the ranges occurring in their pristine habitats, even
for a short period of time, reduce growth. From a climate
change perspective, protocols to improve performance of captive
animals under controlled conditions are needed to ensure
the supply of protein in the near future, contributing to food
security.

CONCLUSIONS

The general data of this work showed that the growth and the
physiological responses of the tambaqui are adjusted according
to photoperiod and the temperature. For this species the
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