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Abstract

Otolith shape is often used as a tool in fish stock identification. The goal of this study

was to experimentally assess the influence of changing temperature and ontogenic

evolution on the shape component of the European seabass (Dicentrarchus labrax)

otolith during early-life stages. A total of 1079 individuals were reared in a water

temperature of 16�C up to 232 days post hatch (dph). During this experiment, several

specimens were transferred into tanks with a water temperature of 21�C to obtain at

the end of this study four different temperature treatments, each with varying ratios

between the number of days at 16 and 21�C. To evaluate the otolith morphogenesis,

samples were examined at 43, 72, 86 and 100 dph. The evolution of normalized oto-

lith shape from hatching up to 100 dph showed that there were two main successive

changes. First, faster growth in the antero-posterior axis than in the dorso-ventral

axis changed the circular-shaped otolith from that observed at hatching and, second,

increasing the complexity relating to the area between the rostrum and the anti-

rostrum. To test the effect of changing temperature, growing degree-day was used in

three linear mixed-effect models. Otolith morphogenesis was positively correlated to

growing degree-day, but was also dependent on temperature level. Otolith shape is

influenced by environmental factors, particularly temperature, making it an efficient

tool for fish stock identification.

K E YWORD S
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1 | INTRODUCTION

The identification of drivers of fish growth is necessary for ongoing

sustainable management of commercial species. Fish growth is deter-

mined essentially by genetic variation and the phenotypic plasticity,

which is an adaptive physical response (e.g., changes of morphomet-

rics, behavior, physiology, metabolism) of a specific genotype to envi-

ronmental conditions (Fusco & Minelli, 2010; Price et al., 2003).

Among environmental factors (e.g., salinity, oxygen, available food,

pH, chlorophyll-a, currents, depth, light, etc.), water temperature is the
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most important factor that influences fish growth. The temperature

effect on the growth of fish is well known, from the beginning of the

20th century especially (Fulton, 2004). Ocean temperature, within

the optimum thermal ranges of species, can increase growth rates as

fish are ectothermic (Barrow et al., 2017; Neuheimer et al., 2011; Smo-

liński & Mirny, 2017). In fact, the very common model of Von Berta-

lanffy was based on the correlation between the oxygen consumption

of fish and the rate of protein degradation determined by the tempera-

ture effect to model the growth of fish (Brett, 1979). Moreover, this

environmental factor in particular is changing in response to global cli-

mate evolution, with the ocean forecast to warm by up to 5�C by 2100

and increasing occurrences of extreme climatic events (IPCC, 2014).

Several studies have shown that elevated temperatures may signifi-

cantly influence whole ecosystems and/or affect the physiology of ani-

mals (specifically above organisms' thermal optima or tolerance) (Hay

et al., 2005; Hofmann & Todgham, 2010; Mieszkowska et al., 2006;

Pörtner & Knust, 2007; Thomas et al., 2004).

The otoliths, calcified structures, which are metabolically inert

and located in the inner ear cavity, grow during the life of the fish

and retain chemical and physical signatures that correspond to bio-

logical and environmental histories throughout a fish's life

(Casselman, 1983), therefore a direct proportionality exists between

otolith growth and fish growth (Fossen et al., 2003; Lagardère &

Troadec, 1997; Mahé et al., 2017). The otolith shape within spe-

cies can be used to identify and then discriminate stock-units

because it integrates variability in environmental conditions and cli-

mate forcing that affect life-history characteristics and the genetic

differentiation. Otolith shape differences have been attributed to

regional differences in fish metabolic activity due to environmental

factors and genetic contribution, which alter the growth of otoliths,

determining the size and shape of individual otoliths (Begg &

Brown, 2000; Gauldie & Nelson, 1990; Smith, 1992). Since 1993,

many fishery scientists have developed this type of analysis for

stock discrimination studies. The otolith morphogenesis was charac-

terized from originally being circular at the larval stage, to a more

complex shape for the adult stage, described in gadoid species

studies as elongation due to the rise in the number of lobes and in

flatfish as a progressing number of secondary growth centers

(Brown et al., 2001; Irgens et al., 2017; Jearld Jr. et al., 1993;

Lagardère & Troadec, 1997; Modin et al., 1996). This development

of otolith shape is influenced by environmental factors

(Hüssy, 2008; Irgens et al., 2017), with possible varying differences

between the right and left inner ear that provide directional asym-

metry on otolith shape (Mahé et al., 2018; Mille et al., 2015). Dur-

ing the first life stages (larvae and juveniles), the small size of

otoliths and their fast relative accretion rates could result in a bet-

ter detection of the potential effect of genetic or environmental

drivers than during the adult stage. This experimental study exam-

ined the otoliths of fish from hatching to 232 days post hatch

(dph) (Figure 1). The studied species, European seabass (Dicen-

trarchus labrax, L. 1758), is a commercially important species in

Europe and represents a key organism in experimental studies.

Finally, contrary to gadoid or flatfish species, the structure of the

otolith outline of this species shows no lobes and no secondary

F IGURE 1 Main steps in the experimental design for seabass with four samplings at 43 dph (growing degree-day [GDD] = 688�C � day),
72 dph (GDD = 1152�C � day), 86 dph (GDD = 1376�C � day), and 100 dph (GDD = 1600�C � day). At the end (232 dph), there were four
treatments with different GDD values according the transfer date from 16�C (blue) to 21�C (red) (153 dph = 4107�C � day,
182 dph = 3962�C � day, 211 dph = 3817�C � day, and 232dph = 3712�C � day). For each sampling date and condition, there were two
replicates (curved arrows and fish icons indicated the sampling fish; wide blues arrows indicated transfer of fish).
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growth centers. Consequently, this study investigated two primary

questions:

How does the otolith shape differ according to the ontogenic

development from the circular shape?

How does changing temperature affect the otolith shape and size

parameters?

While the temperature effect has already been studied from

experimental designs using parallel monitoring at different tempera-

tures, the effect of temperature change at several times during the

experiment has been little studied. Consequently, to determine

the answer to these crucial questions in this paper, elliptic Fourier

analysis, size parameter and shape indices, combined with mixed-

effects models were used to distinguish differences in otolith shape

resulting from the experimental treatments. Otolith information com-

bined with mixed-effects modeling provides a powerful approach for

estimating biological (intrinsic) and environmental (extrinsic) effects

(Mahé et al., 2019; Martino et al., 2019; Morrongiello &

Thresher, 2015; Weisberg et al., 2010).

2 | MATERIALS AND METHODS

2.1 | Ethics Statement

All experimental protocols used to handle the fish were realized at the

IFREMER Institute and approved by the French Animal Care and Use

Committee (N� Autor.APAFIS#9046). All methods were carried out in

accordance with relevant guidelines and regulations.

2.2 | Experimental design

This study was carried out on 1079 European sea bass produced in

March 2017 by artificial fertilization in a full factorial mating from a

West Mediterranean population. Floating eggs were separated from

sinking (dead) ones 48 hours post spawn (2 dph) according to the sea

bass rearing standard (by decantation at a salinity of 38‰) and intro-

duced in equal proportion into two 450-L tanks with a water tempera-

ture of 16�C. Juvenile European sea bass were hatched and reared at

the Ifremer aquaculture experimental research station in Palavas-

les-Flots (Hérault, France). Four samplings were made at 43, 72,

86 and 100 dph (the first sampling after 6 life weeks and then the

three other samplings taken every 2 weeks; Figure 1 and Table S1). At

100 dph, all fish had reached the minimum size to be tagged with a

nanotag (size 1 � 6 mm, mass 10 mg, frequency 13.56 MHz; Lutro-

nics, Nonatec RFID, Lutronic International, www.nonatec.net) accord-

ing to the standard tagging procedure (Ferrari et al., 2014) and all

transferred fish from one replicate at 16�C were reared in one repli-

cate at 21�C. These two temperature conditions were selected

because 16�C is the value for the natural conditions and 21�C is the

experts' prediction according to the global warming scenario

(IPCC, 2014). Throughout the experiment, fish density remained com-

parable among all tanks. During the study period, no cannibalism was

noted. Moreover, no difference in food availability between large and

small individuals was observed. After 100 dph, several specimens

(Table S1) from two 450-L tanks with water temperature 16�C were

transferred at 153, 182 and 211 dph to two 450-L tanks with water

temperature 21�C to obtain at the end of this study (232 dph) result-

ing in 4 temperature treatments with the different ratios between the

days number at 16 and 21�C (Figure 1). All sampled fish were mea-

sured (total length [TL] ±0.1 mm) from digitized images using the

image-analysis software TNPC (Digital processing for calcified struc-

tures, version 7). This process uses an automatic procedure to extract

TL information from calibrated images. To analyze the temperature

effect on the growth of fish or otoliths, we used the thermal time or

Heat Units, a concept that has been widely used to determine this

since 1735 (Réaumur, 1735) for the effect of growing season length

on vegetables and field crops (Bonhomme, 2000; Trudgill et al., 2005),

which is based on the growing degree-days (GDD) (Neuheimer &

Taggart, 2007) as follows:

GDD¼
Xn

i¼1

Ti�Tthð Þ�Δd ð1Þ

where Ti represents the daytime temperature at i, Tth is the

threshold temperature, and Δd is the time. In this case, Tth was set at

0�C because the effect of threshold temperature included in the GDD

formula had no significant effect on the results of the models. This

degree-day approach quantifies the thermal opportunity for growth

by aggregating temperatures relevant to growth, and consequently

integrates the temperature variation along the life and the exposition

time for each temperature, unlike the classic calendar time approach

(Legg et al., 1998). Consequently, four temperature treatments with

different ratios between the days number at 16 and 21�C, sampled at

end of this study showed different values of GDD according to the

day of transfer (Figure 1).

2.3 | Otolith shape analysis and measures

Sagittal otoliths (left and right otoliths) were extracted from the cranial

cavity. After cleaning, to minimize distortion errors within the normali-

zation process during image analysis, each otolith was placed on a

microscope slide with the sulcus facing downward and the rostrum

pointing left. The outlines of the otoliths were digitized using an image

analysis system consisting of a high-resolution camera connected to an

automated microscope using reflected light. Each digitized image was

analyzed as fish shape using the image-analysis software TNPC (Digital

processing for calcified structures, version 7). To compare the shapes of

left and right otoliths, a mirror image of the right otolith was used. Oto-

lith shape was assessed using three methods: size parameters (length,

OL; width, OW; perimeter, PO; area, OA), shape indices (form-factor,

OFF; roundness, ORD; circularity, OCI; ellipticity, OEL; aspect-ratio,

OAR; rectangularity, ORE), and elliptic Fourier descriptors (EFDs)

(Lestrel, 2008) (Table S2). These indices described specific aspects of

shape as surface area irregularity, circle shape, ellipse shape, and rect-

angularity shape. All EFDs were obtained using R software from image

binearization. For each otolith, the first 99 elliptical Fourier harmonics
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(H; each harmonic has four EFDs) were extracted and automatically

normalized with respect to the first harmonic (Harmonic 1) and were

thus invariant to otolith size, rotation, and the starting point of the con-

tour description (Kuhl & Giardina, 1982). To determine the number of

harmonics required to reconstruct the otolith outline, the cumulated

Fourier power (F) was calculated for each individual otolith as a mea-

sure of the precision of contour reconstruction obtained with the har-

monics (i.e., the proportion of variance in contour coordinates

accounted for by the harmonics):

F nkð Þ ¼
Xnk

i¼1

A2
i þB2

i þC2
i þD2

i

2
ð2Þ

where Ai, Bi , Ci , and Di are the coefficients of the harmonic. F nkð Þ
and nk were calculated for each individual otolith to ensure that each

individual otolith in the sample was reconstructed with a precision of

99.99% (Lestrel, 2008). The maximum number of harmonics across all

otoliths was then used to reconstruct each individual otolith. To test

the EFDs of the otolith outline, principal components analysis (PCA)

was applied to the EFD matrix and a subset of the resulting principal

components (PCs) was then selected as otolith shape descriptors

according to the broken stick model (Legendre & Legendre, 1998).

This procedure allowed us to reduce the number of variables used to

describe otolith shape variability while ensuring that the main sources

of shape variation were kept, as well as to avoid colinearity between

shape descriptors.

2.4 | Statistical analyses

2.4.1 | Directional asymmetry

All descriptors of otolith shape (size parameters, shape indices, and EFDs)

were tested to analyze the directional asymmetry between left and right

otolith shape (i.e., the effect of inner ear location or side on otolith shape,

Si) using linear mixed-effects models (univariate models for size parame-

ters and shape indices, and multivariate models for shape matrix S):

O� α0þΔα0,inþα1Siþα2GDDþα3Si�GDD ð3Þ

where inner ear side (Si) and growing degree day (GDD) are fixed

effects and individual (in) is introduced as a random effect Δα0,inð Þ on
the intercept to account for the fact that left and right otolith shapes

are more likely to be similar when they originate from the same indi-

vidual. The multivariate versions of equation (3) applied to shape

matrix S were fitted while accounting for variance heterogeneity

between PCs (columns of S). The normality of the residuals and the

random effects as well as homoscedasticity of the residuals were

assessed by visual inspection of diagnostic plots. The models

were fitted by maximizing the restricted log-likelihood. The signifi-

cance of the fixed effects was tested by likelihood ratio tests between

nested models while respecting the marginality of the effects (type

2 tests; Legendre & Legendre, 1998), which are supposed to follow a

χ2 distribution under the null hypothesis. The p values were adjusted

for multiple comparisons through the Bonferroni correction

(McDonald, 2014). To visualize differences in otolith shape between

the right and left sides, an average otolith shape of each side group

was rebuilt based on the EFDs of the averaged shape, and the per-

centage of nonoverlapping surface between the right and left otolith

mean shapes was calculated.

2.4.2 | Temperature effect on the otolith shape

To test the temperature (T) effect on the otolith shape (O, described

by size parameters, or shape indices or the PCs matrix for EFDs)

between the four temperature treatments, three mixed-effects

models (multivariate for EFDs and univariate for size parameters or

shape indices) were fitted and compared:

O� α0þα1 �GDD ð4Þ

O� α0þμ0,C
� �þα1 �GDD ð5Þ

O� α0þμ0,Rþμ0,C
� �þ α1þμ1,R

� ��GDD ð6Þ

where otolith shape variations due to GDD are represented by

fixed effects. Random effects (i) were used to account for variability

due to rearing tanks/replicates (μ0,R) and also if there was an effect of

temperature other than GDD (μ0,C). These models were fitted with a

modeled different variance heterogeneity for each PC of the shape

matrix S. The three models were fitted by maximizing the restricted

log-likelihood. We tested the probability (p<0.05) between all models

to choose the most appropriate model. Finally, the significance of

GDD at 5% was tested by likelihood ratio tests between nested

models while respecting the marginality of the effects (type 2 tests)

that are supposed to follow a χ2 distribution under the null hypothesis.

As for side effect analysis, to visualize and to evaluate the amplitude

difference differences in otolith shape between groups characterized

by different treatments, an average otolith shape by group was rebuilt

based on the EFDs of the averaged shape and the percentage of non-

overlapping surface between two groups was calculated. Finally, the

significance of shape difference between all group pairs was tested

using a mixed-effects model while correcting for multiple comparisons

using a Bonferroni procedure. Statistical analyses were performed

using the following packages in the statistical environment R: “nlme”
(Pinheiro et al., 2016), “lme4” (Bates et al., 2011), “ggplot2”
(Wickham, 2016), “gridExtra” (Auguie & Antonov, 2017), “car” (Fox &

Weisberg, 2011), and “MASS” (Venables & Ripley, 2002).

3 | RESULTS

3.1 | Ontogenic effect

To analyze the EFDs of the otolith outline, the first 99 Fourier har-

monics were extracted from each individual otolith's contours. Only

the first 32 harmonics were necessary to explain 99.99% of the
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variation in otolith contour of each individual and were thus used for

further analysis. After PCA on the EFDs, only the first seven PCs were

kept for the shape matrix according to the broken-stick model (which,

in this case, corresponded to a threshold of 6.62% of the total vari-

ance explained). These six PCs explained 94.75% of the total variance

in the EFDs. The mixed-effects model detected no significant direc-

tional asymmetry differences between left and right otolith shape.

The amplitude of directional asymmetry (DA), measured as the per-

centage of the nonoverlapping surface between the right and left oto-

lith shapes throughout the experiment, was on average equal to

F IGURE 2 Percentage of nonoverlapping surface between left (red line) and right (black line) otolith shapes according to the sampling date
(dph) and growing degree-day (GDD) value (�C � day) (arrows indicate the main areas of difference between the otoliths). The size dimension
parameters and shape indices of the otolith used to describe seabass otolith outline are identified according to the sampling date and the GDD
value when the difference between side was significant (p < 0.05).

F IGURE 3 Otolith morphometric variables and fish total length (TL, mm) at growing degree-day (GDD, �C � day) of larvae and juvenile
seabass reared at 16 and 21�C (color of boxplot indicates the sampling date). Different uppercase letters indicate significant differences (p < 0.05)
between values of GDD.
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1.33%. The amplitude of the DA increased from 43 to 100 dph

to reach a value of 1.89% of nonoverlapping surface found in the

dorso-posterior area (Figure 2).

After 100 dph, the observed DA according to the temperature

treatment was around this value but by contrast characterized by the

antero-posterior area (i.e., rostrum and antirostrum areas; Figure 2).

Among the size parameters and shape indices, AO and OW showed

significant differences between right and left otoliths at 43 dph

(p > 0.05, mixed-effects models; Figure 3). During this life stage, many

shape indexes showed a significant difference between the left and

right ears (AO, LO, PO, ORD, ORE, and OFF; Figure 2).

From 43 to 100 dph, the growth of the otolith according to its

length (OL), width (OW), and fish length (TL) had the same trend

(Figure 3). However, the otolith growth was not the same in all direc-

tions and this was demonstrated by a change in otolith shape. OCI

and OFF decreased significantly from 43 dph

(i.e., GDD = 688�C � day) to 100 dph (i.e. GDD = 1600�C � day)
(Figure 3).

Moreover, during this time, the average percentage of nonover-

lapping surface between the two levels of GDD or time decreased

regularly with the age of fish (Table 1). The evolution of normalized

otolith shape from hatching to 100 dph (i.e., GDD = 1600�C � day)
resulted in two main successive changes: a growth in the antero-

posterior axis faster than that in the dorso-ventral axis, which changed

the circular shape of the otolith at hatching, and an increasing com-

plexity of the area between the rostrum and anti-rostrum (Figure 2).

3.2 | Temperature effect

During the first 100 days of this experiment, while the otolith growth

and the fish growth are linked, ORE did not show a significant differ-

ence from 86 dph (i.e., GDD = 1376�C � day), which translated into

relative stability of rectangularity expressed by the otolith shape. This

temperature effect was observable between four normalized otolith

shapes with this evolution, which followed the GDD value (Figure 4).

Despite this, the difference between two reconstructed otolith shapes

decreased with GDD value (Table S3). To model the somatic growth

(i.e., the total length of the fish as the variable) and otolith shape

(i.e. size parameters, shape indices, and EFDs as the variables), three

tested multivariate mixed-effects models were applied to optimize the

temperature effect (i.e., difference in the selected random effects) and

the best-fitting model of the data was selected for each response vari-

able (Table 2). As for fish growth, the selected model for many otolith

shape descriptors did not integrate the variability due to rearing tanks

and temperature treatments, which was not the case for the selected

model for otolith shape described by the EFD. The GDD always had a

significant effect on all otolith shape descriptors with the exception of

rectangularity (ORE, p = 0.57; Table 2). Regarding the evolution of

the morphometric variables during this second part of this experiment

(i.e., from 100 to 232 dph), there was a significant modification

between the otolith shape (Figure 4). The otolith morphogenesis was

positively correlated to the level of growing degree-day but alsoT
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was dependent on the temperature level (Figure 4 and Table 2). In the

same way, the results of otolith and fish lengths at 232 dph showed

these lengths were also positively correlated to the level of growing

degree-day (Figure 3).

4 | DISCUSSION

4.1 | Ontogenic effect

The growth mechanisms of otoliths and their morphogenesis during

the early life stages of fish are known as biomineralization. This mech-

anism begins in the embryo with a complex of precursor particles

(i.e., glycoproteins and glycogen, which eventually form the primor-

dium) that are attached to the saccular epithelial tissue (Thomas &

Swearer, 2019). These primordia control the direction of mineral pre-

cipitation (Jolivet et al., 2008). The otolith morphogenesis is controlled

by the biomineralization process, which remains poorly understood

(De Pontual et al., 2024). Recently, the three-dimensional spatial het-

erogeneity of the organic and inorganic compositions of the otolith

was observed indeed with asymmetric of chemical composition

between the proximal and distal sides of the otolith, which is species-

dependent effect (De Pontual et al., 2024). However, the chemical

element incorporation in the crystal lattice (i.e., calcium carbonate,

CaCO3) could be explained by these environmental concentrations

and the physiological processes during early ontogeny (De Pontual

et al., 2024; Hüssy et al., 2021; Loeppky et al., 2021; Thomas &

Swearer, 2019). The shifts and the evolution of the otolith shape are

linked to physiological mechanisms and environmental disturbance,

especially of temperature and salinity (De Pontual et al., 2024;

Geffen, 1987; Hüssy et al., 2021; Loeppky et al., 2021; Toole

et al., 1993; Vignon, 2018). For flatfish species, the sagittal otoliths

are circular, but after metamorphosis their shape becomes more com-

plex with the formation of accessory growth centers (Lagardère &

Troadec, 1997; Modin et al., 1996; Sogard, 1991; Toole et al., 1993)

and more precisely during settlement to be adapted to a bottom-living

fish (Alhossaini et al., 1989; Karakiri et al., 1989; Okada et al., 2001).

The development of secondary growth centers may be governed by

changes in the direction of gravity during the shift from dorso-ventral

to lateral swimming orientation (Ambrose et al., 1993; Toole

et al., 1993). However, as for flatfish species, in gadoid species (round-

fish species), sagittal otoliths were also subject to several morphologi-

cal changes as fish transform from larvae to juveniles. The initial

spherical form becomes elongated, with accessory growth centers and

then a crenulated shape (Brown et al., 2001; Hüssy, 2008; Irgens

et al., 2017; Radtke, 1989). Seabass larvae do not have a settlement

period, as in flatfish and gadoid species along with the development

of secondary growth centers, but their otoliths also undergo an impor-

tant transformation. Otolith growth patterns are characterized by a

negative allometric relationship between length and width (Simoneau

et al., 2000). This study on seabass corroborated the studies on other

fish species, indicating the first shift period with the elongation of oto-

liths which takes place prior to 70 dph. After this date, the otolith

shape of seabass continues to become more complex, particularly at

the area between the rostrum and anti-rostrum. This life stage is char-

acterized from hatching by metamorphosis but also by the time of first

feeding. The development during the early life stage is also linked to

other factors such as food availability (including the match/mismatch

hypothesis; Cushing, 1990) and predation pressure (e.g., the “bigger-
is-better” mechanism) (Hare & Cowen, 1997).

Metamorphosis, in addition to having an effect on the otolith

shape of fish, is the source of the shape asymmetry between the right

and left otoliths because it causes a unique asymmetric body shape

and a lateralized behavior from adaptation to a bottom-living lifestyle

for flatfish (Okada et al., 2001). This involves relocation of the anterior

F IGURE 4 Comparison of otolith normalized shape at the end of
the experiment (232 dph) for four temperature treatments: C1
(3712�C � day, dark blue line), C2 (3817�C � day, light blue line), C3
(3962�C � day, orange line), and C4 (4107�C � day, red line).

TABLE 2 Selected model and effect of growing degree-day
(GDD) in each model by fish total length and otolith morphometric
variables.

Selected model GDD effect

TL�/0þ/1 �GDD p < 0.05

OL�/0þ/1 �GDD p < 0.05

PO�/0þ/1 �GDD p < 0.05

OA�/0þ/1 �GDD p < 0.05

OW�/0þ/1 �GDD p < 0.05

OEL�/0þ/1 �GDD p < 0.05

ORD�/0þ/1 �GDD p < 0.05

OAR�/0þ/1 �GDD p < 0.05

OCI� /0þμ0,C
� �þ/1 �GDD p < 0.05

ORE� /0þμ0,C
� �þ/1 �GDD p = 0.57

OFF� /0þμ0,C
� �þ/1 �GDD p < 0.05

PCs� /0þμ0,Rþμ0,C
� �þ /1þμ1,R

� � �GDD p < 0.05

Abbreviations: OA, area; OL, length; ORE, OAR and rectangularity; OCI,

ellipticity; OEL, aspect-ratio; OFF, form-factor; ORD, circularity; OW,

width; PCs, principal components; PO, perimeter; TL, total length.
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part of the frontal bones from the blind side to the ocular side

(Brewster, 1987). This modification of body shape involves a gravity

effect as a source of otolith asymmetry in flatfish (Schreiber, 2006).

However, other factors could explain this significant directional sym-

metry, especially for roundfish species which have been studied, such

as Boops boops (Mahé et al., 2018), Liza ramada (Rebaya et al., 2017),

Diplodus annularis (Trojette et al., 2015), Diplodus puntazzo (Bostanci

et al., 2016), Clupea harengus (Bird et al., 1986; Mille et al., 2015), Mer-

langius merlangus (Mille et al., 2015), and Scomberomorus niphonius

(Zhang et al., 2016). The amplitude of directional asymmetry could be

dependent on the sampled location and partly considered as a

response to the environmental patterns (Mille et al., 2015). Our analy-

sis showed that the amplitude of DA increased from 43 to 100 dph

due to the dorso-posterior area (Figure 2). After 100 dph, the DA

according to the temperature treatment was stabilized, without that

this value of DA was not significant in seabass.

4.2 | Temperature effect

Temperature affects the growth of fish through direct effects

(i.e., metabolism) and indirect effects (i.e., relationship with biotic fac-

tors as available food) (Paloheimo & Dickie, 1966; Uphoff

et al., 2013). Fish experience higher growth rates when their meta-

bolic activity rises with increasing temperature (Clarke &

Johnston, 1999; IPCC, 2014). This relationship applies up to the ther-

mal optimum of the species in question when food is available. During

the early life stage of cod (Gadus morhua), among the factors affecting

the formation and number of crenulations in the otolith outline, envi-

ronmental factors, especially temperature and feeding level, have a

greater influence than genetic difference (Cardinale et al., 2004;

Hüssy, 2008; Irgens, 2018). A temperature effect during these early

life stages has been demonstrated on otolith growth and shape. The

experimental approach with several temperature treatments showed

that calcite precipitation and consequently the growth rate of otolith

increased with water temperature (Loeppky et al., 2021; Mahé

et al., 2019). The temperature could be affected by the incorporation

of chemical elements in the otolith having an impact on the shape and

density (Loeppky et al., 2021). Our results on seabass corroborated

the finding that temperature positively influenced fish and otolith

growth. These studies have been carried out by comparing larvae or

juveniles from different periods in situ or from different experimental

temperature conditions in parallel (Hüssy, 2008; Loeppky et al., 2021;

Mahé et al., 2019; Otterlei et al., 2002; Radtke, 1989; Stormer &

Juanes, 2016). If temperature is a key factor affecting growth in fishes

and their otoliths, resulting in mean temperature around the fish life

positively influencing growth, the temperature range could also be a

crucial component of the temperature effect, particularly where habi-

tats change during migration (e.g., season, feeding, reproduction, set-

tlement etc.). Adult and juvenile fish possess competent physiological

processes that enable these organisms to acclimate to changing envi-

ronmental conditions (Ishimatsu et al., 2008). However, early life

stages are more vulnerable to environmental challenges because they

possess higher surface area to volume ratios and have not yet fully

developed the homeostatic mechanisms present in adult fish (Hurst

et al., 2013). Seabass, larvae, and juveniles develop in sheltered

coastal areas or estuarine nurseries during the first year of life and

then migrate (Kelley, 1988). Only one study on herring larvae analyzed

the effect of changing temperatures on otolith growth and the incre-

ment deposition rate using an experimental approach (Folkvord

et al., 2004). The relationship between otolith size and fish length of

herring showed that otolith growth is more temperature-dependent

than somatic growth (Folkvord et al., 2000; Folkvord et al., 2004). Our

results on seabass show that both otolith and somatic growth are

temperature dependent. A recent study on juvenile Australasian snap-

per (Chrysophrys auratus) reared in the laboratory, which was focused

on metabolic effects on carbon isotopes in fish tissues, showed that

the amount of δ13C in otoliths, reflecting the proportional contribu-

tions of environmental water and diet, was linked to the temperature

level (Martino et al., 2019). Consequently, the metabolic rate was

directly proportional to the temperature level influence carbon incor-

poration for all tissues and the otolith. This partly explained the differ-

ence in otolith growth according to the experiment temperature. The

experiment on herring larvae consisted of four temperature conditions

(4�C, 12�C, and two others shifted two times with 4/8/4�C and

12/8/12�C) and showed that the size and width of the otolith daily

increment were temperature-dependent (Folkvord et al., 2004).

Another recent study on seabass larvae reared at 15 and 20�C con-

cluded that otolith shape was influenced significantly by water tem-

perature (Mahé et al., 2019). Likewise, our study showed that at

232 dph seabass otolith growth was correlated positively to growing

degree-day. Moreover, for herring larvae, a significant temperature

effect was observed on the otolith growth rate (slower growing fish

having larger otoliths) (Folkvord et al., 2000). Our study, in the same

way, identified seabass at 21�C as having the highest otolith growth

and the highest otolith elongation (e.g., smaller ratio between width

and length). Consequently, the temperature effect due to level and

changing temperature had the same trend on the shape otolith for a

small pelagic species (e.g., herring) and a demersal species

(e.g., seabass). The otolith morphological difference in rockfishes spe-

cies was explained by the geographical factor and especially the feed-

ing habitat, which could be reflected fish adaptation to the sound and

sensory environment (Gauldie & Crampton, 2002; Tuset et al., 2016).

Moreover, deep-water and long-living species present larger, wider,

and heavier otoliths than short-living species (Tuset et al., 2016). Our

results on the otolith shape of seabass corroborated this hypothesis.

To observe otolith morphogenesis, this study shows that among the

commonly used descriptors (i.e., size parameters, shape indices, and

EFDs), EFDs described the otolith outline better than the univariate

descriptors. The indices are directly related to otolith size (size param-

eters) or proxies of otolith shape (shape indices). Consequently, the

number of descriptors used in the analysis could be reduced. This dif-

ference between shape descriptors is explained by the detailed level

of outline which is integrated into the descriptor. Conversely, the

weight or volume of otolith could also be good proxies to characterize

otolith shape because they integrate the growth in three dimensions
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(Beyer & Szedlmayer, 2010). The effect of temperature on otolith

shape is the sum of GDD and the relationship between GDD and tank

temperature. In fact, otolith shape is significantly influenced by the

sum of degree-days but the evolution speed is correlated positively to

the tank temperature. Moreover, GDD is widely used to measure tem-

perature and climate effects on the growth of vegetables and field

crops (Neuheimer & Taggart, 2007; Trudgill et al., 2005). In fisheries

science this approach could be used to analyze ontogenetic growth

and its underlying factors (only 5% of temperature-related

growth studies between 1980 and 2006 used the GDD value and not

only dph number; Legg et al., 1998), but the GDD tool is starting to

increase. The degree-day assumes the growth of fish or otoliths to be

linear with and solely a function of temperature (Legg et al., 1998).

However, there are temperature-independent regulators of fish

growth (i.e., population density, genetic, food availability) which

reduce the effect of temperature on fish growth. On the other hand,

assuming temperature is the only contributor to growth allows to

GDD to be uniquely account for temperature-dependent processes.

Consequently, this index is more relevant than calendar time and tem-

perature values (Uphoff et al., 2013). The length-at-age in 17 stocks

of North Atlantic cod (Gadus morhua) was significantly correlated with

GDD without correlation with calendar time (Neuheimer &

Taggart, 2007). One recent study on seabass larvae reared at 15 and

20�C concluded that otolith shape was positively correlated to water

temperature (Mahé et al., 2019). In our study, independently the date

of changing temperature, otolith shape and growth were positively

correlated the effect of rising temperature through the different

values of GDD.

In conclusion, the growth and morphogenesis of otoliths during

the early life stages of fish are due to an ontogenic effect but are also

temperature-dependent. The temperature affected only the modifica-

tion level of the initial otolith shape (e.g., the evolution speed) and did

not influence the final otolith shape (e.g., development direction is the

same whatever the GDD value). The effect of temperature according

to the constant value or with shift during this period of fish life

depends on the GDD value.
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