)
N

T

=

UNIVERSITATo:
BARCELONA

Obesity and adipose tissue biology in fish.
Influence of nitritional, genetic and
environmental factors

Esmail Lutfi Royo

ADVERTIMENT. La consulta d'aquesta tesi queda condicionada a I'acceptacié de les seglients condicions d'Us: La difusié
d’aquesta tesi per mitja del servei TDX (www.tdx.cat) i a través del Diposit Digital de la UB (diposit.ub.edu) ha estat
autoritzada pels titulars dels drets de propietat intel-lectual Gnicament per a usos privats emmarcats en activitats
d’investigaci6 i docéncia. No s’autoritza la seva reproduccié amb finalitats de lucre ni la seva difusié i posada a disposicio
des d'un lloc alié al servei TDX ni al Diposit Digital de la UB. No s’autoritza la presentacié del seu contingut en una finestra
o marc alié a TDX o al Diposit Digital de la UB (framing). Aquesta reserva de drets afecta tant al resum de presentaci6 de
la tesi com als seus continguts. En la utilitzacié o cita de parts de la tesi és obligat indicar el nom de la persona autora.

ADVERTENCIA. La consulta de esta tesis queda condicionada a la aceptacion de las siguientes condiciones de uso: La
difusién de esta tesis por medio del servicio TDR (www.tdx.cat) y a través del Repositorio Digital de la UB
(diposit.ub.edu) ha sido autorizada por los titulares de los derechos de propiedad intelectual Gnicamente para usos
privados enmarcados en actividades de investigacion y docencia. No se autoriza su reproduccion con finalidades de lucro
ni su difusion y puesta a disposicion desde un sitio ajeno al servicio TDR o al Repositorio Digital de la UB. No se autoriza
la presentacién de su contenido en una ventana o marco ajeno a TDR o al Repositorio Digital de la UB (framing). Esta
reserva de derechos afecta tanto al resumen de presentacion de la tesis como a sus contenidos. En la utilizacion o cita de
partes de la tesis es obligado indicar el nombre de la persona autora.

WARNING. On having consulted this thesis you're accepting the following use conditions: Spreading this thesis by the
TDX (www.tdx.cat) service and by the UB Digital Repository (diposit.ub.edu) has been authorized by the titular of the
intellectual property rights only for private uses placed in investigation and teaching activities. Reproduction with lucrative
aims is not authorized nor its spreading and availability from a site foreign to the TDX service or to the UB Digital
Repository. Introducing its content in a window or frame foreign to the TDX service or to the UB Digital Repository is not
authorized (framing). Those rights affect to the presentation summary of the thesis as well as to its contents. In the using or
citation of parts of the thesis it's obliged to indicate the name of the author.




7y

0

=

UNIVERSITAT s
BARCELONA

Department of Cell Biology, Physiology and Immunology

University of Barcelona

Obesity and adipose tissue biology in fish: influence of nutritional,

genetic and environmental factors

Supervisors:

Dr. M. Isabel Navarro and Dr. Encarnacion Capilla

A thesis submitted by Esmail Lutfi Royo for the degree of

Doctor by the University of Barcelona

Barcelona, June 2017






7y

0

=

UNIVERSITAT s
BARCELONA

Departament de Biologia Cel-lular, Fisiologia i Immunologia

Programa de doctorat d’ Aqiiicultura

Obesity and adipose tissue biology in fish: influence of nutritional,

genetic and environmental factors

Memoria presentada per
Esmail Lutfi Royo
per optar al grau de

Doctor per la Universitat de Barcelona

Doctorand Directores:

Esmail Lutfi Royo Dra. M. Isabel Navarro Dra. Encarnacion Capilla

Barcelona, Juny 2017






A la memoria de la “iaia”
Rosina Bieto Malapeira

(1919 —2014)






ACKNOWLEDGEMENTS






“None but those who have experienced them can conceive of the enticements of science”
Mary Shelley

(Frankenstein or the modern Prometheus)

La ciéncia és el fruit de la curiositat de 1’ésser huma, el resultat de I’esfor¢ en la recerca
d’explicacions per entendre millor com funciona el mon. Es tracta d’un viatge extraordinari cap
al descobriment que ens atrau i ens allicona a cada pas, que ens fa més forts 1 ens obliga a
aixecar-nos cada cop que fracassem. Per sort, durant la tesi, aquest cami mai el fem sols, i és
aqui on tenim 1’oportunitat d’agrair tot el suport que hem rebut al llarg de tots aquests anys i

sense el qual no hagués estat possible continuar endavant.

Primerament m’agradaria agrair de forma molt especial a la Dra. Isabel Navarro i la Dra.
Encarnacion Capilla, les meves directores de tesi, haver-me donat I’oportunitat de participar en
aquesta tesi doctoral. Us dec a vosaltres haver pogut aprendre, viatjar 1 estimar el que faig cada
dia. Gracies per guiar-me durant tot aquest temps 1 sobretot gracies per la vostra paciéncia i
comprensio durant els moments més dificils. Perqué és precisament aixo el que m’ha fet aixecar
cada mati per anar a treballar i sentir-me com en familia. Una familia en la que he tingut dues
“mares” que m’han donat i exigit a parts iguals 1 amb les que tot i tenir punts de vista diferents
en algunes ocasions, sempre ha primat I’estima i el respecte. De la mateixa manera també
voldria donar les gracies al Dr. Joaquim Gutiérrez per ensenyar-me que per molt que passin els
anys mai s’ha de perdre I’empenta 1 la il-lusié en la nostra feina. Amb tu he redescobert el

significat de constancia, dedicacid, devocio i classe. Gracies.

Els papers de germa gran i germa petit dins una familia queden normalment ben definits. El
gran sempre ¢s el mirall, el més responsable, el que ensenya i aconsella. I el germa petit, que li
manca experiéncia, es deixa guiar i apreén. Durant aquests anys m’ha tocat fer dels dos. He tingut
la sort d’aprendre de companys que ja portaven un temps fent el doctorat, com ara la Vanesa,
la Cristina, la Marta, el Jonathan, la Mireia, el Pepe, les Moniques, la There, la Débora... o que
simplement estaven per alli com el Pablo; 1 també d’ajudar a d’altres a comengar la seva vida
dins del laboratori, com per exemple I’ Andrea, el Gerard, 1’Osvaldo, el Jorge, la Michela, el
Fabio, el Miquel, I’Albert, la Sheida, 1’Alba, la Sara, la Clara i el Luis. En aquest punt
m’agradaria fer una mencio especial a la Natalia, amb qui he compartit més temps i experiencies

en els darrers mesos. Només espero haver-te pogut ensenyar i ajudar tant com tu a mi. I aqui no



em puc oblidar de donar les gracies a I’Emilio. Gracias a ti he dado lo mejor de mi para poder
estar a tu altura en una competencia sana que nadie esperaba y que nos ha hecho trabajar con
ganas y ser mejores de lo que jamas me hubiera podido imaginar. Per tot aixo 1 més, gracies a

tots.

Durant tot aquest temps he compartit quotidianitat i rutina amb companys de llar, que han fet
d’amics i de familia a parts iguals. Demi i1 Arancha, gracies per acompanyar-me en aquesta
recta final 1 sobretot per aguantar les meves “escapades” per tornar a rebre’m que si no hagués

passat el temps. Us trobar¢ a faltar.

Je tiens également a remercier Dr. Patrick Babin et Dr. Sandrine Skiba-Cassy pour m'avoir
donné l'opportunité de travailler et d'apprendre dans leurs laboratoires a Bordeaux et St. Pée sur
Nivelle. Merci beaucoup pour votre soutien et vos conseils dans mon aventure particuliére a la
France. J'ai fait tant d'amis qui m'ont aidé pendant ces temps: Guilaine, Angele, Tengfei,

Jingwei, Weiwei, Melanie, Karine, Eve, Marion, Alexandre, Elisabeth, Iban... Merci a tous.

Non posso dimenticare di ringraziare la Prof.ssa Oliana Carnevali, che mi ha accolto nel suo
laboratorio di Ancona. Con lei ho avuto un rapporto speciale sia dal punto di vista accademico
che personale. E non posso dimenticare di menzionare tutti i miei amici italiani: Michela, Isabel,
Andrea, Giulia, Chiara, Giorgia, Francesca, Basilio, Martina, Valentina, Arturo, Mara e

soprattutto Silvia. Grazie mille.

M’agradaria també agrair a la meva familia haver-me recolzat durant tot aquest temps. A
vegades he pensat que la vida em posa les coses dificils, que he de treballar més que qualsevol
altra persona 1 que sovint tinc mala sort. Pero tenir-vos a TOTS junts avui em fa veure que tinc,
1 tenim molta sort. Durant el primer any de tesi vam passar moments molt dificils que per sort

hem superat. I aquest si que és un bon motiu per donar les gracies.

I per acabar voldria donar les gracies amb tot el meu cor a la meva meitat, la Marta; que per
molt que no conegui “I’atraccid” de la cieéncia per ella mateixa, I’ha viscut amb tanta o més
intensitat que jo. M’has acompanyat des del primer dia i has cregut en mi incondicionalment 1
t’ho agrairé cada dia de la meva vida. Estic segur de que tot aquest esfor¢ tindra la seva

recompensa. T’ estimo.



CONTENTS






CONTENTS

ABBREVIATIONS ..uuiiiiiiuinriniinsnissensesssnsssssssssssssssssssssssssssssssssssssssssssssssssssssassssssssssssssass XV
CHAPTER 1. GENERAL INTRODUCTION.....ccccteeirsersuecsercsesssecssessasssesssssasssnssssssssssssssees 1
LT OBESITY ..ottt ettt ettt et s bttt et s bt et et e saeenaeeanes 5
1.1.1 Defining a human epidemiC. .........cecuuiieriieeiiieeiiie e eieeeeieeeeee et eeereeesereeeseveeenanee s 5
1.1.2 Fat accumulation in farmed fish ..........coccoiiiiiiiiii 5
1.1.3 Fish models for obesity reSearch ...........ccovvieiiiiriiiiiiiiiiecieee e 8
1.2 ADIPOSE TISSUE....ucouiiuiiriisinsnicenssinssnssesssnsssnssssssssssssssssssssssssssssssssssssssssssssssssssssssssns 10
1.2.1 Biological TEIEVANCE ......cueiiiiiiiieiii ettt et 10
1.2.2 Function and allocation of fat depots ..........c.cceevieeiiieeiiieeieeeee e 12
1.2.3 AQIPOZEINESIS ..eeuvvieniieeiiieiieeiieetieeieesieeetteeteestteeseessteesseessseesseessseenseessseeseesssesnseessseans 15
1.2.4 Lipid mMetabOoliSIM ... .ceciieiiiiiieiieeieecite ettt ettt ete e e et eseaeeseeseaeeseessaesnseesnseens 18
1.2.5 ENdOCrine fUNCLIONS ......eouiiiiiiiiieiii ettt ettt et eas 21
1.3. MULTIFACTORIAL MODULATION OF ADIPOSE TISSUE 24
1.3.1 Nutritional factors: the influence of diet ..........ccccoviiiiiiiiiiiiee 24
1.3.2 Genetic factors: INheriting ODESILY......ccccvvieriieeiiieeiieeeeeeee e 26
1.3.3 Environmental factors: the “obesogen” theory........c.cccoveviriiviiiiniininiiinicreeeee 28
CHAPTER 2. OBJECTIVES 31
CHAPTER 3. SUPERVISORS’ REPORT .....uccovuiiinsuicrnnssenseicsenssesssesssnssesssesssssssssssssssssssns 35
CHAPTER 4. ARTICLES .39
ARTICLE L.....ccovuvvensuenruecnnnane 41

Caffeic acid and hydroxytyrosol have anti-obesogenic properties in zebrafish and rainbow

trout models

ARTICLE II......ccueeevueeerneecnnnee

67

Eating for two: Consequences of parental methionine nutrition on offspring metabolism in

rainbow trout (Oncorhynchus mykiss)



ARTICLE IIl.........ccocverueenerunenneee 83

Breeding selection of rainbow trout for high or low muscle adiposity has differential

effects on lipid metabolism, the adiponectin system and oxidative stress

ARTICLE IV....eerrernencnnennes 111

Tributyltin and triphenyltin exposure promotes in vitro adipogenic differentiation but alters

the adipocyte phenotype in rainbow trout

CHAPTER 5. GENERAL DISCUSSION ....cccvininsuinrenssensanssesssesssssssssssssssssesssssssssssssssssasss 125
5.1 NUTRITIONAL REGULATION OF LIPID HOMEOSTASIS 129
5.1.1 Anti-obesogenic properties of vegetal antioxXidants ...........cccceevervieevieniieenienneennen. 129
5.1.2 Dietary methionine deficiency in rainbow trout............cccveevieriierieenieenieeieesee e 133
5.2 GENETIC DETERMINANTS OF FAT DEPOSITION.....cccccccecercrnnricsssnnsccssssssnecs 135
5.2.1 Metabolic strategies of divergent rainbow trout lines for muscle fat...................... 135
5.3 ENVIRONMENTAL OBESOGENS ....couininininrinrinsensensanssnssississsssesssssssssssassssssssess 139
5.3.1 Adipogenic role of organotins in rainbow trout adipoCytes .........ccceevvverveerreennrennnen. 139
CHAPTER 6. CONCLUSIONS 143
REFERENCE LIST .ocuueiiiiiiniiicninsnniicsssssnsecsssssssssssssssessssssssssssssssssssssssssssssssssssssssssssssssassssssss 147



ABBREVIATIONS






Abbreviations

List of relevant abbreviations used throughout the present thesis:

ACSL: acyl-coenzyme A synthetase
ADIPOQ: adiponectin

ADIPOR: adiponectin receptor
ATGL: adipose triglyceride lipase
ATX: astaxanthin

BMI: body mass index

CA: caffeic acid

CD36: cluster of differentiation 36

C/EBP: CCAAT/enhancer-binding protein

factor

DNL: de novo lipogenesis

EDC: endocrine-disrupting chemicals
FA: fatty acid

FABP: fatty acid binding protein
FAS: fatty acid synthase

FATP: fatty acid transport protein
FL: fat line

GLUT: glucose transport protein
HSL: hormone-sensitive lipase
HT: hydroxytyrosol

LL: lean line

LPL: lipoprotein lipase

LXR: liver x receptor

XVII

MET: methionine

MGL: monoacylglycerol lipase
MSCs: mesenchymal stem cells
NEFA: non-esterified fatty acid

PPAR: peroxisome proliferator-activated

receptor

ROS: reactive oxygen species
RGZ: rosiglitazone

RXR: retinoid x receptor

TAG: triglyceride

TNFa: tumor necrosis factor alpha
TBT: tributyltin

TPT: triphenyltin

WAT: white adipose tissue

Z.OT: zebrafish obesogenic test






CHAPTER 1. GENERAL

INTRODUCTION






“In nature’s infinite book of secrecy
A little I can read”
William Shakespeare

(Antony and Cleopatra)






General Introduction

1.1 OBESITY

1.1.1 Defining a human epidemic

In the recent years, obesity has become a worldwide epidemic considered one of the most
serious public health problems of our time. The prevalence of this disease has more than
doubled since 1980, leading to the current situation in which more people worldwide are obese
than underweight. Even though this trend appears to be leveling off, the actual rates are
alarmingly higher than they were a generation ago, indicating that obesity is still a major public
health concern with an important impact in our society (World Health Organisation, 2016).
Obesity is traditionally defined as a complex and chronic health condition characterized by an
abnormal or excessive fat accumulation in the body that relies upon the homeostatic relationship
between energy intake and expenditure. At its core, when intake exceeds expenditure, the body
homeostasis is disrupted and leads to storage of energy, primarily as body fat. Nonetheless,
despite the simplicity of this equation, the derivation and continuation of this condition stems
from the interaction of multiple aspects other than just energy balance (Vliet-Ostaptchouk et
al., 2012), suggesting that the conventional view of obesity as a caloric imbalance does not

entirely explain its prevalence.

In addition, epidemiological studies have shown that human obesity is related to increased
mortality risk and impaired quality life. Apart from the problems inherent in enlarged fat
accumulation, pathological overgrowth of fat storage is also associated with a range of related
conditions such as type Il diabetes, insulin resistance, hypertension and cardiovascular diseases
(Bliiher, 2013). Several studies in rodents have confirmed the link between a diet-induced
obesity and these diseases (Wang and Liao, 2012). In this regard, it is important to notice that
many of these complications are the consequence of the metabolic alterations associated with
excessive fat deposition and its location in the body. More recently, increasing evidence also
links obesity to a growing list of other disorders including cancer and neurodegenerative
diseases (Ashrafian et al., 2013; De Pergola and Silvestris, 2013), suggesting that further

investigation is needed to better understand this condition and its implications in human health.

1.1.2 Fat accumulation in farmed fish

Aquaculture industry has grown at an impressive rate over the past few decades (8,8% per year)
becoming one of the most important sectors of agriculture and animal feed industry (FAO,

2016). With the limited supply of fishery captures, aquaculture has contributed to the advance
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in the production of fish for human consumption. In fact, it currently provides half of the fish
consumed worldwide, and its share is expected to increase in the next future (Fig. 1). This rapid
growth and the subsequent intensification of aquafeeds production, have led to an increase in
fish nutrition research, the main focus of which is to improve productivity and to reduce the use
of non-sustainable ingredients. In this regard, a dietary supplementation of lipid as a non-protein
energy source has been a usual practice in order to satisfy the commercial pressure to increase
growth rates and reduce production times (Leaver et al., 2008). Nevertheless, there is a strong

relationship between dietary lipid levels and unwanted adiposity (Cowey and Cho, 1993).

Although obesity per se might not be considered a health threat in fish as it is for humans,
increased fat deposition is also shown to produce adverse metabolic effects in these species. It
has been widely demonstrated that high levels of dietary fat increase adipose tissue abundance
and impair lipid and glucose homeostasis in several fish species (Borges et al., 2014;
Figueiredo-Silva et al., 2012). Furthermore, excessive fat accumulation also alters flesh quality
in terms of fillet yield and organoleptic properties, which directly affect aquaculture
productivity. Aside from the level of lipid inclusion, the type of lipid source might also affect
physical and organoleptic quality (Thomassen and Resjo, 1989). In salmonids, visceral adipose
tissue and muscle represent the main reservoir compartments. While moderate intramuscular
fat depots are appreciated due to improved organoleptic characteristics of the flesh, an excessive
fat accumulation in the abdominal cavity has a negative influence on productive performance.
Therefore, particular attention must be paid to the dietary lipid composition of fish feeds not

only to improve production costs but also to ensure quality of the final product.

Traditionally, animal ingredients, such as fish meal and fish oil, have been the main source of
the aquaculture feeds formulation. They are a rich source of highly digestive proteins and long-
chain polyunsaturated fatty acids. Nevertheless, due to their limited availability and elevated
price, using fish meal and fish oil ingredients is considered an unsustainable practice (Fig. 1).
Hence, the contribution of alternative protein sources has aroused great interest for the fish
nutrition industry. Many nutrient replacement studies have investigated the effects of different
inclusion degrees of plant ingredients mainly focusing in food conversion, digestibility and their
potential effects modulating adiposity. Some studies have shown that high content of plant
ingredients in the diet increases visceral lipid stores in Atlantic salmon (Salmo salar, Torstensen
and Tocher 2010; Torstensen et al., 2011) and induces adipocyte hypertrophy and impairs fat
accumulation in gilthead sea bream (Sparus aurata, Cruz-Garcia et al., 2011), indicating that

nutrient composition should be also considered (see section 1.3.1).
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On the other hand, fish adiposity is not only modulated by nutritional factors but also, a range
of intrinsic and extrinsic factors are thought to have an important implication. As well as in
mammals, several factors such as age or gender seem to exert profound effects in the regulation
of lipid homeostasis in fish. Age-specific differences in fat metabolism are particularly expected
in anadromous fish, which undergo significant physiological changes during adaptation from
living in fresh to sea water (Kiessling et al., 1991). Moreover, it has been also demonstrated
that the difference in male and female fat accumulation on Atlantic salmon is related to sex-
specific reproductive cycles (Dessen et al., 2016). This variation in lipid metabolism strategies
can be associated to seasonal changes, suggesting that environmental fluctuations might also
influence adiposity dynamics. Indeed, in their natural environment, fish can experience
prolonged periods of fasting, either as a result of spawning migration or seasonal variation of
low food availability (Bystrom et al., 2006; McCue, 2010). During these periods, fish can
metabolize large quantities of energy reserves affecting the normal regulation of lipid

metabolism (Navarro and Gutiérrez, 1995; Wieser et al., 1992).

Global trends in the

state of world marine
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3 " e =S ‘T\"/’
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Figure 1. Global trends in fisheries and aquaculture production. Adapted from (FAO, 2016; Rabobank, 2016;
World Wildlife Fund, 2012).



Lutfi E.

1.1.3 Fish models for obesity research

Even though mammalian models (mainly rodents) have been traditionally used in human
physiology and disease research due to their anatomical and physiological similarities (Lossi et
al., 2016), they could be unsuited for certain types of studies (D’Angelo et al., 2016). In this
regard, non-mammalian vertebrates such as fish have been proposed as excellent alternative
models for studying human diseases. In the recent years, medaka (Oryzias latipes) and specially
zebrafish (Danio rerio) among other species, have attracted researchers from various fields,
including developmental biology, neuroscience and cardiovascular research; however,
presently their use is expanding to other areas such as pharmacology, metabolism and drug

discovery (Chakraborty et al., 2009; Lin et al., 2016).

Besides their simplicity, fish models are very promising for obesity research, as most of the
metabolic pathways linked to the lipid metabolism are conserved between mammals and teleost
fish, and they can have similar biological responses (Ichimura et al., 2013; Santoriello and Zon,
2012). For instance, a diet-induced obesity model from both medaka and zebrafish species, has
been shown to share common pathophysiological traits with mammals, including increased
body mass index (BMI), hypertriglyceridemia and hepatosteatosis (Ichimura et al., 2013; Oka
etal., 2010). As vertebrates, they possess many structural similarities with humans that the most
well-known non-mammalian obesity models, Drosophila melanogaster and Caenorhabditis
elegans, do not. In this regard, histological studies have revealed evolutionarily conserved
morphological structures of zebrafish adipose tissue as well (Minchin et al., 2015). Unlike C.
elegans, where the major fat storage compartment is the intestine, dietary energy excess in
zebrafish is stored almost all around the body, including perivisceral fat, in the form of large

unilocular lipid droplets within adipocytes.

The rapid development ex-utero and the optical semi-transparency of the embryonic and early
larval stages of zebrafish and medaka, have made teleost fish popular models in applied and
basic research. Particularly, it has been shown that semitransparent larvae of these species offer
a unique opportunity to study adiposity dynamics in vivo, which together with the use of
fluorescent transgenic lines and lipophilic dyes (i.e. Oil red O, Nile red or Bodipy) have
provided a powerful tool in obesity research (Fig. 2). Moreover, these features afford a suitable
platform for high-throughput screening of dietary compounds, drugs and chemicals likely to
impair adipocyte fat storage and mobilization (Tingaud-Sequeira et al., 2011). In addition, the

uncountable possibilities in developing transgenic fish models represent a significant advance
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for the studies of multiple disciplines (Kawakami et al., 2016). They provide a fast, simple and
effective in vivo approach to investigate gene function and molecular pathways. To date, several
zebrafish transgenic lines have been developed to study obesity and its related diseases,
showing pathological similarities with mammalian models. As an example, overexpression of
endogenous melanocortin antagonist agouti-related protein (AgRP) is regarded to enhance
appetite and induce the obese phenotype in zebrafish (Song and Cone, 2007). Moreover, RAC-
alpha serine/threonine-protein kinase (Aktl) overexpression show enhanced adipogenesis
displaying also an obese phenotype in the same species (Chu et al., 2012). Overall, these results
demonstrate that the key adipostat components are conserved between fish and mammals,

drawing attention to fish as alternative and effective models for obesity human research.

Figure 2. In vivo visualization of metabolic tissues in zebrafish. (A) Confocal imaging of live zebrafish
transgenic line (Tg(kdrl: mCherry)) stained with Bodipy 505/515 dye showing the close interplay between lipid
droplets and the vascular system in visceral adipose tissue. (B, B”) Confocal analysis of the liver parenchyma of
LiPan/Tg(flil:EGFP) transgenic zebrafish. (C, C”) White adipose tissue of juvenile fish stained with Oil Red O,
indicating the location of the adipocytes close to the intestine and pancreas. (C*’) Confocal imaging of lipid
droplets in juvenile fish stained with LipidTox. Adapted from (A, Minchin and Rawls 2011) and (B-C”’, Seth et
al., 2013).
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This increase in the use of fish models for biomedical research can be also traced back to the
relatively recent expansion of fish farming industry. The development in this research field has
given great understanding of fish metabolism, providing an invaluable tool for applied
comparative studies. Although farmed fish such as Atlantic salmon or rainbow trout
(Oncorhynchus mykiss) aren’t the most conventional models for human disease research, it has
been shown that these species can offer an interesting approach to this matter. As well as in
mammals, a lipid-rich diet successfully causes an increase in visceral fat content along with
changes in the regulation of lipid metabolism and mobilization in salmonids (Libran-Perez et
al., 2015; Tocher et al., 2003). Despite the lack of genetically modified obesity models in these
species, breeding programs for adiposity traits (Quillet et al., 2005) and the existence of natural
variants, such as the “cobalt” rainbow trout, which present high adiposity levels in the
abdominal cavity (Yada et al., 2002), provide interesting tools to address metabolic studies. On
the other hand, zebrafish, although is not a fish species of interest in aquaculture production,
has been used to respond to questions in aquaculture as an experimental model, representing an
ideal organism to carry out preliminary evaluation of diets with a particular focus on

nutrigenomics (Ulloa et al., 2013).

1.2 ADIPOSE TISSUE

1.2.1 Biological relevance

As a major source of energy storage, adipose tissue is considered a key metabolic organ that
plays an important role in the regulation of whole-body energy homeostasis. Until the late
1940s, it was characterized as a form of connective tissue which its primary function was to
store excess of energy that comes from the diet, in form of triglycerides (TAG), and to release
free fatty acids (FA) to fulfil the metabolic requirements of peripheral tissues. Nonetheless,
despite this traditional view as a rather passive storage tissue, it has been recognized as a multi-
functional endocrine organ that plays a critical role in modulating several physiological
processes, such as appetite, whole-body energy metabolism and homeostasis, as well as tissue
inflammation responses (Khan and Joseph, 2014). Henceforth, studies on the functional,
developmental and pathophysiological aspects of adipose tissue have expanded noticeably in

the last decades (Fig 3).

At the cellular level, hyperplasia (increase in cell number) and hypertrophy (lipid accumulation

within existing adipocytes) are two possible growth mechanisms for adipose tissue. Adipocytes

10
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are the major constituent of adipose tissue and, in mammals, can be of three distinct types
(white, brown and beige/brite), which exhibit different morphology and functions. Particularly,
brown adipose tissue is thermogenic and helps to regulate body temperature, while white
adipose tissue is regarded to take part in the classical metabolic and endocrine role of adipose
tissue (Giralt and Villarroya, 2013). Moreover, brown-like adipocytes appearing in white
adipose tissue are regarded as “inducible, beige, or brite”, and are thought to be, at least in part,
a sort of adipose cells in a transdifferentiation process of white-to-brown adipocytes.
Nevertheless, fish are not considered to possess brown nor beige adipocytes and therefore, they

won’t be discussed further in this chapter.
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Figure 3. Percentage of publications and important events in adipose biology research. Adipose publications
as a percentage of all publications in PubMed are illustrated in red. Total numbers of adipose publications in

PubMed are shown in blue. Modified from (Rosen and Spiegelman, 2014).

Although most of the current knowledge about adipose tissue functionality and development
comes from mammalian systems, the importance of adipose tissue to aquaculture industry and
the increasingly use of teleost models as research tools for biomedical research have provided
new insights into adipose tissue regulation in fish. In this regard, a number of studies have

utilized fish species as models within the areas of lipid metabolism and adipose tissue biology
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(Planas et al., 2000; Todorcevi¢ et al., 2010; Zhou et al., 1996). Particularly, development of
fish in vitro adipocyte cultures has emerged as an easy and useful approach in this type of
investigations (see 1.2.3). In fact, using these in vitro techniques, it has been well documented
that teleost adipocytes express genes related to adipocyte differentiation (Bou et al., 2017;
Bouraoui et al., 2012, Bouraoui et al., 2008; Salmerén et al., 2016a; Todorcéevi¢ and Hodson,
2015), lipolysis (Cruz-Garcia et al., 2015, Cruz- Garcia et al., 2012) as well as adipocyte
endocrine function (Sanchez-Gurmaches et al. 2012; Bou et al. 2014; Salmeron et al. 2015),
altogether highlighting the particular suitability of fish species to study lipid metabolism and
adiposity dynamics.

1.2.2 Function and allocation of fat depots

White adipose tissue is formed at stereotypic times and locations among and within species
(Berry et al., 2013). In mammals, the distribution of fat in the body is organized in distinct
anatomical depots usually identified as subcutaneous and perivisceral adipose tissues. Each
depot has a specific morphology and texture, being the subcutaneous heterogeneously filled
with mature unilocular adipocytes intercalated with small multilocular adipocytes, and the
perivisceral more uniform with large unilocular adipocytes (Ibrahim, 2010). These deposits
differ from each other not only by localization but also by their structural and functional
properties. For instance, several features such as adipocyte growth, differentiation and
metabolism, developmental gene expression, susceptibility to apoptosis, inflammatory capacity
and adipokine secretion, vary among deposits, leading to the provocative conclusion that
adipose tissue depots could be considered as mini-organs, serving functions unique to their

specific locations (Kirkland et al., 1996).

A number of studies have reported depot-specific differences in the expression of
developmental genes during adipocyte differentiation (Gesta et al., 2006; Tchkonia et al., 2006),
suggesting a distinct transcriptional regulation of the depots that might contribute to the
differences observed in types of obesity and incidence of metabolic disorders (Trujillo and
Scherer, 2006). In fact, there is growing evidence that excessive development of some adipose
depots, but no others, might produce different physiological outcomes. Increased subcutaneous
deposition is shown to have protective effects against certain aspects of metabolic dysfunction
(Frayn, 2002), while perivisceral accumulation, is thought to be associated with metabolic

complications including diabetes, hyperlipidemia and cardiovascular disease (Wajchenberg,
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2000). Unfortunately, despite the clear applicability of this knowledge in specific-target
therapies, there are still few data regarding the different functions and regulation of adipose

tissue depots.

Similarly, teleost adipose tissue is also depicted in both subcutaneous and perivisceral locations
(Fig. 4), suggesting that the developmental programs responsible for adipose tissue formation
and localization might have been maintained throughout evolution. Perivisceral adipose tissue
is located in the abdominal cavity around the digestive tract and represents a 2—25 % of total
body weight, while the subcutaneous fat can be found all around the body with special
deposition in dorsal and ventral parts (Weil et al., 2013). One particular aspect of fish, is that
they accumulate adipocytes in skeletal muscle, especially within layers of connective tissue,
so-called myoseptum (Fig. 4C). Fish muscle can be classified into 2 types: a) red muscle,
composed by slow-twitch fibers, which represents a 10 % of the myotomal musculature and is
regarded to be used mainly for sustained energy efficient swimming and b) white muscle or
fast-twitch fibers, which composes the major part of the skeletal muscle in fish and constitutes
more than 70% of the muscle (Kiessling et al., 2006). Salmonid species store significant
amounts of lipids in muscle (from 3 to 18%) depending on the diet, and so they are regarded as
“fatty” fish (Davidson et al., 2014). In contrast, other species such as turbot (Psetta maxima)
only have a muscle fat content of < 1% on a fresh wet weight basis (Grigorakis, 2007),
suggesting that the regulation of lipid deposition and localization might not be only tissue- but
also species-specific in fish. Indeed, lipid distribution within skeletal muscle is shown to be
highly diverse among fish species without accounting to their phylogenetic relationship

(Kaneko et al., 2016).

The particular features of the zebrafish system are especially well suited to study the
developmental origins of different adipose tissue depots and their distribution in the body. Their
ex-utero development and optical semi-transparency from fertilization to the onset of
adulthood, permit in vivo monitoring of adipose tissue dynamics, providing new opportunities
to investigate adipose tissue morphogenesis (Seth et al., 2013). In this regard, recent studies
have proposed a detailed classification system for zebrafish adipose tissues (Minchin and
Rawls, 2017, Minchin and Rawls, 2016), however no specific functions of these depots have
been identified yet. Furthermore, adipose tissue development in zebrafish is a step-wise process,
with differentiated adipocytes first observed in the visceral region, then the subcutaneous area
and finally, the head. This process appears to be regulated by both developmental time and size,

being the perivisceral preferentially regulated by age, and the subcutaneous more dependent on

13



Lutfi E.

fish size (Imrie and Sadler, 2010). Interestingly, these fat deposits are also mobilized

sequentially, in reverse order, in response to starvation, indicating that adipose tissue

development is a highly regulated process that follows a well-stablished pattern (Minchin and

Rawls, 2011).
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APPSAT, appendicular subcutaneous adipose tissue; CFR, caudal fin ray; DFR, dorsal fin ray; AFR, anal fin ray;
AFC, anal fin cluster; PEL, pelvic fin; a, p and 1 PEC, anterior, posterior and loose pectoral fin; CSAT, cranial
adipose tissue; OCU, ocular; d and v OPC, dorsal and ventral opercular; HYD, hyoid; BHD, basihyoid; CHD,
ceratohyoid; UHD, urohyoid; TSAT, truncal subcutaneous adipose tissue; LSAT, lateral subcutaneous adipose
tissue; a and p DSAT, anterior and posterior dorsal subcutaneous adipose tissue; VSAT, ventral subcutaneous
adipose tissue; ASAT, abdominal subcutaneous adipose tissue. Modified from (A, Minchin and Rawls, 2016), (B,
Minchin and Rawls, 2017) and (C, Kaneko et al., 2016).

1.2.3 Adipogenesis

Adipogenesis is a multi-step process that determines the differentiation of pre-adipocytes into
mature adipocytes, and ultimately controls adipose tissue formation promoting both,
lipogenesis and FA uptake (Sethi and Vidal-Puig, 2007). Adipocytes derive from multipotent
mesenchymal stem cells (MSCs) that have been described to undergo two phases to become
mature adipocytes. First, pluripotent MSCs commit to the adipocyte lineage resulting in a
conversion into a pre-adipocyte cell in a process called determination (Fig. 5). At this point,
pre-adipocytes lose their ability to differentiate into other cell types and can enter the terminal

differentiation phase (Rosen and Spiegelman, 2006).

Most of the current information about the process of adipogenesis comes from mammalian cell
lines such as the murine 3T3-L1 (Gregoire, 2001; Rosen et al., 2000), which has been pivotal
in advancing the understanding on the role of adipocytes in obesity and its related disorders.
Adipocyte cell lines offer numerous advantages, such as they are cost effective, easy to use and
provide consistent samples with reproducible results. Nevertheless, even though these in vitro
models have helped to unravel the mechanistic characterization of adipocyte differentiation,
care must be taken when interpreting the results, as cell lines do not always accurately replicate
the primary cells (Kaur and Dufour, 2012). In this regard, despite of some technical difficulties
inherent to the isolation of stromal vascular cells when compared to the immortalized cell lines,
the use of primary cultures represents the situation most closely related to an in vivo state
(Lerescu et al., 2008). To date, there is not available any adipogenic cell line from fish.
Nonetheless, primary cell cultures derived from the stromal vascular fraction of adipose tissue
have been developed for several fish species including Atlantic salmon (Vegusdal et al., 2003),
red sea bream (Pargus major, Oku et al., 2006) rainbow trout (Bouraoui et al., 2012), large
yellow croaker (Pseudosciaena crocea, Wang et al., 2012) and gilthead sea bream (Salmerén

et al., 2013). The use of these in vitro approaches has allowed researchers to investigate the
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nutritional and hormonal regulation of adipogenesis in these species by focusing in specific
factors implicated in lipid metabolism and energy homeostasis (Bou et al., 2017; Bouraoui et

al., 2012; Oku et al., 2009; Salmeron et al., 2016b; Todorcevi¢ et al., 2010).

Determination Terminal differentiation Adipocyte

Mesenchymal stem cells Adipoblast Preadipocyte y @

Target gene activation

Fabpl 1a, adiponectin,
glut 4, LPL, and leptin

O Early adipogenic factors

e Adipogenic factors
O Antiadipogenic factors

Figure 5. Representative images of rainbow trout Oil Red O-stained adipose cells at different days of culture
(top) and transcriptional network of regulatory factors implicated in adipogenesis (bottom). Insets in each
image are enlarged views of isolated adipocytes from each panel marked by a white rectangle. Fibroblast-like
elongated morphology is observed in left (pre-confluent adipocytes) and middle (confluent adipocytes) panels and
the typical mature adipocyte spherical shape in the right panel (differentiated adipocytes). Neutral lipids are stained
in red. Magnification, 20 x; scale bar, 100 um. Abbreviations: EZH2, enhancer of zeste homology 2; Krox20,
early growth response protein 2; C/EBP (a, B and 3), CCAAT enhancer binding protein (alpha, beta and delta);
K15, kriippel-like transcription factor; PPAR (D and G), peroxisome proliferator-activated receptor (delta and
gamma); PGCla, peroxisome proliferator-activated receptor gamma coactivator 1-alpha; RXR, retinoid x receptor;
LXR, liver x receptor; SREBPIc, Sterol regulatory element-binding protein 1; B-catenin, beta catenin, GATA 2/3,
GATA binding protein 2/3; fabp1 1a, fatty acid binding protein 11 a; glut 4, glucose transporter 4; LPL, lipoprotein
lipase. Modified from (Den Broeder et al., 2015).
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The induction of adipocyte differentiation is characterized by sequential changes in the
expression of specific genes that determine the profound phenotypical modifications of
fibroblast-like pre-adipocytes to become spherical cells filled with lipid droplets (Fig. 5).
Although many of the molecular mechanisms of adipogenesis are still unknown, several
positive and negative regulators of this network have been elucidated (Lefterova and Lazar,
2009). Among them, the peroxisome proliferator-activated receptor gamma (PPARy) is
considered the master regulator of adipogenesis. This transcription factor, together with
CCAAT/enhancer binding protein alpha (C/EBPa), promote adipocyte differentiation by
activating adipose-specific genes as well as regulating each other’s expression. In mammals,
the induction of these two proteins leads to a permanent period of growth arrest followed by
manifestation of the fully differentiated phenotype (Rosen, 2005). Therefore, impaired PPARy
signaling, expression and/or activation, directly affect adipose tissue development (Koutnikova
et al., 2003) and appear to be implicated in the prevalence of metabolic diseases such as obesity
(Sharma and Staels, 2007) and lipodystrophy (Hegele and Leff, 2004). Similar results are found
in mice with compromised functionality of C/EBP transcription factors (Linhart et al., 2001;

Wang et al., 1995).

Although similar in structure, the C/EBP family members possess specific biological functions
(Chen et al., 2000). A transient increase in C/EBPB and C/EBPS at the onset of adipogenesis
has been reported (Yeh et al., 1995). These early events are followed by the expression of
C/EBPa and PPARy, which remain elevated for the rest of the differentiation process,
highlighting their importance in regulating adipogenesis. Further in vitro studies have also
identified other transcription factors that may be involved in the regulation of adipocyte
differentiation and function, including early adipogenic factors such as KLF4, KLF5 and
KROX20 (EGR2) (Park et al., 2017); late adipogenic factors, i.e. RXR, SREBP1c and PGCla
(Rosen et al., 2000); and also anti-adipogenic factors including FOXO1, WNT and GATA 2/3
among many others (Cristancho and Lazar, 2011; Den Broeder et al., 2015; Moreno-Navarrete

and Fernandez-Real, 2012).

Although less intensely investigated, few studies have analyzed the transcriptome profile of
adipocyte differentiation in fish, demonstrating that adipogenesis, at least in salmonids, is a
complex and tightly coordinated process, as occurs in mammals (Bou et al., 2017; Todorc¢evié¢
et al., 2010). The specific role played by PPARy and C/EBPa in fish adipocyte development
has been characterized in several species (Bouraoui et al., 2008; Den Broeder et al., 2015;

Todorcevi¢ et al., 2010, Todorcevic et al., 2008). A deep review on PPARs in fish in comparison
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to mammals is available (Leaver et al., 2008). In contrast to humans and mice, which have three
PPARy isoforms (ppargl, pparg2 and pparg3), only one pparg gene has been identified in
teleosts (Den Broeder et al., 2015; Wafer et al., 2017). In fish, like in mammals, PPARYy appears
coincident with early stages of adipocyte differentiation and increases during adipogenesis (Liu
et al., 2015; Salmeron et al., 2016b; Wang et al., 2012). Moreover, pparg mRNA is colocalized
with Nile Red stained adipocytes within the pancreas and the intestinal epithelium in zebrafish
larvae (Imrie and Sadler, 2010). Similarly, pparg mRNA levels were shown to be higher in fat
than in lean gilthead seabream, altogether suggesting a PPARy involvement in visceral fat

accumulation (Cruz-Garcia et al., 2009).

On the other hand, analysis of the distribution of cebps mRNA levels revealed that these
isoforms are differentially expressed in different tissues in Atlantic salmon, with highest
expression levels in liver and visceral adipose tissue (Huang et al., 2010). Particularly, cebpd
has been shown to present a peak of expression at day 3 of cell development in rainbow trout
adipocytes in primary culture, whereas cebpa started to be up-regulated from day 8, with a
maximum peak at day 15 (Bou et al., 2017), indicating a similar transcriptional regulation

between fish and mammals.

1.2.4 Lipid metabolism

In terms of energy storage and release, adipose tissue is remarkably flexible. Its formation and
expansion is dependent on two main processes: enhancement of TAG synthesis (lipogenesis)
and fat breakdown (lipolysis) for either FA oxidation or release to be taken by other tissues
(Fig. 6). These processes are shown to be orchestrated by the cross-talk of adipose tissue with
liver and skeletal muscles (Samdani et al., 2015). The balance between deposition and
mobilization of lipids responds to multiple signals and appears to be highly regulated by
different mechanisms (Saponaro et al., 2015). Briefly, FA are hydrolyzed from circulating
TAG-rich lipoproteins by the action of lipoprotein lipase (LPL) and incorporated into
adipocytes through a number of membrane proteins participating in FA influx including acyl-
CoA synthetases such as acyl-coenzyme A synthetase (ACSL), fatty acid transport proteins
(FATP) and fatty acid translocases (i.e. CD36). Then, depending on the energetic status of the
organism, the intracellular FA will be redirected and utilized for TAG synthesis, oxidation or
cell membrane formation. Thus, LPL is a key enzyme in lipid metabolism that together with

fatty acid synthase (FAS) and diacylglycerol transferase (DGAT), critical enzymes in
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lipogenesis and TAG biosynthesis respectively, is considered one of the early markers of

adipocyte differentiation (Ranganathan et al., 2006).

The role of LPL has been analyzed in several fish species (Albalat et al., 2007; Arnault et al.,
1996) and its regulation appears to be mediated by nutritional and hormonal factors (Albalat et
al., 2007; Bouraoui et al., 2012). The presence of LPL in different fish tissues is related to the
capacity of these tissues (i.e. adipose tissue and muscle) to hydrolyze TAG of circulating
lipoproteins (Babin and Vernier, 1989). Concerning the transport of FA, the mRNA levels of
several transporters such as cd36 and fatp1, as well as their nutritional and hormonal regulation
(i.e. fasting and insulin administration) have been also reported in salmonids (Sanchez-
Gurmaches et al. 2011; Sanchez-Gurmaches et al. 2012). Moreover, in vitro studies in Atlantic
salmon have shown that cd36 mRNA levels are slightly reduced in mature adipocytes
(Todorcevi¢ et al., 2010), while fatp1, fabp3 and fabpl1 mRNA levels are up-regulated during
adipocyte differentiation (Huang et al., 2010; Todorcevi¢ et al., 2008).

When energy intake exceeds energy expenditure, there is a gain in weight mainly due to TAG
stored in adipocytes. This deposition depends on the incorporation of dietary FA, but also on a
process called de novo lipogenesis (DNL), which synthesizes FA from excess carbohydrates.
DNL occurs mainly in the liver; however, it has been demonstrated that mammalian adipocytes
are capable to synthetize significant amounts of FA and TAG from non-lipid precursors as well
(Collins et al., 2011). In contrast, fish, and especially carnivorous species, utilize dietary
carbohydrates poorly and experience prolonged hyperglycaemia after being fed with high-
carbohydrate diets (Jin et al., 2014a; Polakof et al., 2012). Indeed, while it has been recently
revealed that the DNL pathway is active in fish adipocytes, its capacity to convert glucose into
cellular lipids is relatively low compared to mammals (Bou et al., 2016). FAS is an enzyme
thought to play an important role in the DNL process, in which catalyzes the synthesis of long
chain fatty acids, mainly by using acetyl CoA and malonyl CoA (Smith et al., 2003). An in vivo
work conducted in rainbow trout fed a high-carbohydrate diet, has shown that insulin increases
adipose tissue fasn mRNA levels (Polakof et al., 2011). Moreover, it has been shown that fasn
expression also increases during in vitro induced maturation of adipocytes using a
differentiation cocktail in Atlantic salmon (Todorcevi¢ et al., 2010), indicating altogether the

potential action of hormones in FAS activity.

In response to energy demands, stored TAG can be mobilized to be used by peripheral tissues

trough the activation of lipolysis releasing FA and glycerol. As shown in fig. 6, lipolysis is
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controlled by a complex series of cascades that initiate the activation of TAG hydrolysis, which
is induced by a family of lipases including adipose triglyceride lipase (ATGL), hormone-
sensitive lipase (HSL) and monoacylglycerol lipase (MGL) (Ahmadian et al., 2009). In brief,
ATGL selectively performs the first step hydrolyzing TAG to form diacylglycerols (DAG) and
FA, then HSL hydrolyses DAG to monoacylglycerols (MAG) and these are broken to FA and
glycerol by MGL (Lass et al., 2011). ATGL has been recently discovered in mammals by three
independent research groups (Jenkins et al., 2004; Villena et al., 2004; Zimmermann et al.,
2004), however there is scarce information about its function in fish (Wang et al., 2013). On
the other hand, it has been demonstrated that HSL is capable of hydrolyzing different types of
acylesters, including TAG, DAG and MAG, indicating the importance of this enzyme in the
catabolic mechanism of lipolysis (Lampidonis et al., 2011). As well as LPL, HSL appears to be
regulated by both nutritional and hormonal factors in fish species (Bergan et al., 2012;
Khieokhajonkhet et al., 2016).
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Figure 6. Schematic representation of fat deposition and mobilization in adipocyte cells. The fundamental
mechanisms of adipocyte expansion and reduction are depicted on the left-hand side (glucose uptake, de novo
lipogenesis and fatty acid transport) and right-hand (lipolysis and B-oxidation) respectively. Abbreviations:
ATGL, adipose triglyceride lipase; CGI-58, comparative gene identification-58; CPT1, Carnitine
palmitoyltransferase I; GLUT4, glucose transporter 4; HSL, hormone sensitive lipase; MITO, mitochondrion;
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MGL, monoacylglycerol lipase; NEFA, non-esterified fatty acids; PDE3B, phosphodiesterase 3; PKA, protein
kinase A; PLINI1, perilipin 1; Adapted from (Rutkowski et al., 2015).

In this regard, it has been demonstrated that fasting and growth hormone administration enhance
adipose tissue and hepatic s/ mRNA levels in rainbow trout (Bergan et al., 2012) and red sea
bream (Khieokhajonkhet et al., 2016). Moreover, dietary soybean lecithin increases 4s/ mRNA
levels in gilthead sea bream larvae suggesting a lipolytic effect of this diet (Alves Martins et
al., 2010). In addition, gilthead sea bream fed with high vegetable protein an oil diet also
presents an increase in gene expression and activity of HSL in adipose tissue (Cruz-Garcia et
al., 2011). In any case, the resulting FA from the breakdown are primarily transported to other
organs such as liver and skeletal muscle, where they can be oxidized for energy production in
the mitochondria and peroxisomes, in a process called B-oxidation. Nevertheless, despite being
less important, a small fraction of FA can remain in the adipocyte for further oxidation or re-
esterification into newly synthesized TAG (Van Harmelen et al., 1999). B-oxidation pathway
and its implication in the regulation of lipid metabolism have been investigated in rainbow trout
and Atlantic salmon in different tissues, including liver (Kolditz et al., 2008a), red muscle
(Freyland et al., 1998), white muscle (Torstensen et al., 2009) and more recently, adipose tissue

(Polakof et al., 2011).

1.2.5 Endocrine functions

After the identification of leptin as a specific adipocyte cell-derived hormone in 1994, numerous
studies have demonstrated that adipose tissue produces a range of factors, named adipokines,
with important endocrine functions and whose secretion is affected by metabolic dysregulation
(Deng and Scherer, 2010). These factors interact with a range of processes in many different
organ systems such as brain, liver, pancreas, skeletal muscle and also, in a paracrine fashion, in
adipose tissue (Harwood, 2012); and influence various systemic phenomena including food
intake, energy expenditure, inflammation and lipid metabolism. Therefore, the dysregulation of
adipokine secretion as it occurs in obesity, results in impaired organ cross-talk communications
and metabolic alterations, thereby leading to the development of several diseases such as type
IT diabetes, insulin resistance and metabolic syndrome (Maury and Brichard, 2010). Imbalanced
regulation of these adipokines is observed under conditions of both excessive and lack of

adipose tissue.
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Most adipokines are regarded to act as pro-inflammatory factors that increase in an obesity
context (i.e. leptin, chemerin, resistin and TNFa), with the noted exceptions of several anti-
inflammatory factors such as adiponectin, secreted frizzled-related protein 5 (SFRPS), visceral
adipose tissue-derived serine protease inhibitor (Vaspin) and omentin-1 (Kwon and Pessin,
2013). Although significant information is available regarding the effects of adipokines in
mammals, the metabolic role of these endocrine factors is still not well understood in fish and

only few studies are available (Table 1).

Table 1. Depicted pro-inflammatory (top) and anti-inflammatory (bottom) adipokines and their roles in

fish metabolism.

Adipokines Metabolic functions References
Activates angiogenesis and increases inflammatory
ANGPT2 (He et al., 2009)
responses
L6 Promotes macrophage growth and inflammatory (Costa et al., 2011; Jorgensen
responses et al., 2000)
Lenti Satiety signal; inhibits fatty acid uptake and (Salmeroén et al., 2015a;
eptin : . . L e
stimulates lipolysis; improves insulin sensitivity Trombley et al., 2014)
TNF Lipolytic; increases energy expenditure and induces (Cruz-Garcia et al., 2009;
o
insulin resistance Wang et al., 2012)
) _ Increases insulin sensitivity; enhances fatty acid  (Sanchez-Gurmaches et al.
Adiponectin o
oxidation and glucose uptake 2012; Bou et al. 2014)
. ) o (Lin et al., 2014; Volkoff and
Apelin Regulates appetite through anorexigenic effects
Wyatt, 2009)
Visfatin Presents insulin-like effects (Fujiki et al., 2000)

Abbreviations: ANGPT2, Angiopoietin-Like Protein 2; IL-6, Interleukin 6; TNFa, tumor necrosis factor alpha.

In the recent years, the implication of leptin in regulating appetite and growth in teleost species
has been reported (Johnson et al., 2000; Gong et al., 2016). In mammals, leptin reflects fat
deposition, regulating food consumption and energy expenditure according to endogenous
energy availability. Plasma leptin levels increase postprandially inhibiting appetite and decrease
during periods of food deprivation (Weigle et al., 1997). The regulation of appetite through the

differential expression of central orexigenic and anorexic neuropeptides is thought to be
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conserved between mammals and fish; however, due to gene duplication events, physiological
differences in energy storage and diverse life histories, the anorexigenic role of leptin in fish
only partially resembles the function found in mammals (Won and Borski, 2013). One
difference is that in fish, /eptin mRNA is more expressed in the liver than in adipose tissue
(Kurokawa et al., 2005; Murashita et al., 2008; Gorissen et al., 2009). Moreover, some species
exhibit increased plasma or /eptin mRNA levels during fasting or food restriction (Fuentes et
al.,, 2012; Trombley et al., 2012; Salmeron et al., 2015), whereas other show no leptin
modulation by feeding regime (Huising et al., 2006), raising the question whether leptin acts as

a lipostatic endocrine signal or might instead drive other functions in fish.

In contrast to the positive correlation of leptin levels with increased adipose tissue mass in
mammals, adiponectin is down-regulated in obesity, insulin resistance and metabolic syndrome,
positioning itself as a promising candidate for human therapeutic use (Ohashi et al., 2015).
Adiponectin, also named Adipo Q, apM1 (adipose most abundant gene transcript 1), GBP28
(gelatin-binding protein) or Acrp30 (adipocyte complement-related protein 30), is a 30 kDa
protein secreted by adipose tissue (Hu et al., 1996; Maeda et al., 1996; Nakano et al., 1996;
Scherer et al., 1995). Starvation has been shown to produce an increase in adiponectin levels
whereas overfeeding and obesity decrease its concentration in rats (Zhou et al., 2005). In
addition, adiponectin stimulates FA oxidation in several tissues, decreases plasma TAG levels
and improves glucose metabolism by increasing insulin sensitivity (Maeda et al., 2002; Weyer
etal., 2001). It binds two different receptors, adiponectin receptor 1 (adipoR 1), mainly involved
on the regulation of the metabolic functions, and adiponectin receptor 2 (adipoR2), which seems
to be more implicated in anti-inflammatory and anti-stress oxidative activities (Miller et al.,

2009; Nigro et al., 2013; Yamauchi et al., 2007).

The relationship between this adipokine and lipid homeostasis has been confirmed in zebrafish
and rainbow trout (Nishio et al., 2008; Sanchez-Gurmaches et al., 2012). Interestingly, these
studies highlighted that while adipoq expression is originally identified in adipose tissue in
mammals, it is mostly distributed in non-adipose tissues in fish. In fact, Sdnchez-Gurmaches
and collaborators (2012) confirmed that adipog transcripts are highly expressed in muscle and
weakly detected in rainbow trout perivisceral adipose tissue. Nonetheless, this increased adipog
expression could be attributed to the adipocyte distribution around and within fish skeletal
muscle (Kaneko et al., 2016), altogether indicating that further research is needed in order to

fully understand the role and regulation of the adiponectin system in fish.
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1.3 MULTIFACTORIAL MODULATION OF ADIPOSE TISSUE

1.3.1 Nutritional factors: the influence of diet

Many dietary factors have been regarded to play a crucial role in the regulation of adipose tissue
development and distribution (Melzer et al., 2005). Among them, the macronutrient
composition of the diet is the most important. In humans, diets and societal activity patterns
have been changing drastically, increasing the reliance upon processed foods as well as
adopting sedentary lifestyles. In this regard, much effort has been devoted to investigate the
metabolic effects of dietary fat, in order to better understand its potential impact in obesity
(Bray and Popkin, 1998; Fava et al., 2013). It is known that high-fat diets promote adipose
tissue development showing a direct relationship between the amount of dietary lipid content
and the degree of obesity (Golay and Bobbioni, 1997). Furthermore, a direct correlation
between high-fat inclusion in diets and the extent of adiposity has been also reported in fish
(Grisdale-Helland and Helland, 1997; Landgraf et al., 2017; Panserat et al., 2002). As outlined
in section 1.1.2, this pathological increase of fat not only affects key physiological processes in
these species, but also has an impact in aquaculture production, as it may alter flesh quality in

terms of fillet yield and organoleptic properties.

Besides lipids, the increased reliance on alternative source proteins (i.e. plant-based
ingredients) with unbalanced amino acid profiles is showing the need to pay attention to amino
acid requirements in fish. Despite the much variability in the literature concerning this,
especially depending on the species (Ketola, 1982; Tacon and Cowey, 1985; Wilson and
Halver, 1986), excess or deficiency in several essential amino acids has been shown to affect
appetite regulation (Nguyen, 2013), growth performance (Choo et al., 1991) and lipid
homeostasis (Rathore et al., 2010). For instance, excessive arginine intake reduces growth rate
and feed conversion efficiency in Nile tilapia (Santiago and Lovell, 1988) and milkfish (Chanos
chanos, Borlongan, 1991). Moreover, sub-optimal methionine levels in the diet increase relative
liver weight and hepatic FAS activity in Atlantic salmon (Espe et al., 2010), suggesting the
direct or indirect implication of this specific amino acid on fish lipid metabolism. In this
context, we have investigated the effects of methionine restriction on the response of several

metabolism-related genes in rainbow trout fry (Article II).

Furthermore, it is important to remark that plant ingredients contain many natural chemicals.
These chemicals, so-called phytonutrients or phytochemicals, are considered to possess a range

of properties that might have an impact (positive or negative) on health. On this subject, soy
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products are one of the most used ingredients currently incorporated in fish feeds as a non-fish
source of essential omega-3 FA and proteins. They have been used as a food additive for human
consumption due to their beneficial health effects lowering the risk factors for cardiovascular
diseases through the reduction of blood TAG and cholesterol levels (Xiao, 2008), as well as
due to their antioxidant (Foti et al., 2005) and anticancer properties (Pavese et al., 2010).
Nonetheless, although these studies provide important information about their valuable
application in human healthcare, soy foods have become controversial in recent years. Soybean
meal products are rich and thus, a primary dietary source of isoflavones, such as genistein and
diadzein, which may have a potential impact on growth, hormonal regulation and lipid
metabolism in fish. In this regard, it has been shown that genistein depresses the growth
performance of Nile tilapia and increases muscle protein degradation in rainbow trout (Chen et

al., 2014; Cleveland, 2014).

As well as having an obesogenic effect, dietary composition and feeding strategies may offer
practical and efficient solutions for reducing body fat storage deposition. In humans, it has been
demonstrated that various plant compounds can improve overweight by inhibiting adipogenic
pathways or impairing lipid accumulation (reviewed in Gonzalez-Castejon & Rodriguez-
Casado 2011). Some proposed effects of these plant-derived compounds in mammals include
appetite suppression (Tucci, 2010), inhibition of adipocyte differentiation (Andersen et al.,
2010) or even apoptosis of fat cells (Rayalam et al., 2008). A number of studies have suggested
that several polyphenols such as: phenolic acid derivatives, 1.e. chlorogenic acid (Li et al. 2009),
flavonols such as quercetin (Pisonero-Vaquero et al., 2015) and stilbenes, i.e. resveratrol (Ahn
et al., 2008) can modulate lipid metabolism and the adipocyte lifecycle supporting their
potential utilization as dietary anti-obesity agents. Moreover, several functional food
ingredients such as components of red wine, olive oil and marine algae are particularly
interesting due to their antioxidant properties, which are traditionally linked to longevity and
reduced mortality risk of several diseases (Gonzalez-Molina et al., 2010; Sadowska-Bartosz
and Bartosz, 2014; Teixeira et al., 2014). These natural antioxidants have been reported as well
to modulate adipose tissue inflammation improving pathological consequences associated with

obesity (Huang et al., 2016).

Many recent studies have reported that some phytochemicals and dietary supplements affect
the lipid metabolism in fish as well. For instance, adding green tea extract to a regular or a high-
fat diet has been shown to exert a potent reduction of body fat in adult rainbow trout and

zebrafish (Hasumura et al., 2012; Meguro et al., 2015). Several phytochemicals such as
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baicalein, dieckol and kaempferol have been reported to inhibit lipid accumulation in early
stages of developing zebrafish (Choi et al., 2015; Lee et al., 2015; Seo et al., 2014). Moreover,
the effects of the carotenoid astaxanthin in the modulation of lipid metabolism have been
extensively demonstrated in salmonids (Bell et al., 2000; Nakano et al., 1999; Rahman et al.,
2016). In this framework, we have evaluated the potential anti-obesogenic effect of three

vegetal antioxidants in zebrafish and rainbow trout models (Article I).

1.3.2 Genetic factors: inheriting obesity

There is compelling evidence that inter-individual differences in predisposition to increased fat
deposition have strong genetic determinants. Clearly, obesity often tracks in families, even
though the family members do not share the same nutritional or exercise habits (Hasselbalch,
2010). On the other hand, it has been previously reported, that some individuals show profound
increases of body fat when fed with a high-fat diet, while others fed at the same regime, seem
to be more resistant to weight gain suggesting that genetic background is involved. For instance,
the experimental A/J and C57BL/KsJ mice strains are relatively resistant to high-fat diet when
compared to C57BL/6J (Wang and Liao, 2012). On a bigger scale, some authors explain these
genetic variations by differences in the neural encoding for food’s preference that predispose
some individuals to increase overeating in the presence of high-fat palatable foods (Grimm and
Steinle, 2011; Vogel et al., 2017). Others, have postulated different theories supporting the
existence of “thrifty genes” that favor some individuals that frequently experienced periods of
fasting to increase fat deposition capacity (Neel, 1962). In other words, this theory considers
that genetic predisposition to gain weight had a survival advantage. Although it can be a good
argument to explain longer survival of “fatty” individuals during times of scarce or no food,
this hypothesis has been criticized for several reasons. At first sight, predators would
preferentially eat bigger and fatter preys, which would be easier to catch; however, at the same
time, fat predators would have more difficulties to catch a prey, suggesting that fatness would
be a significant disadvantage. Whatever the case, there is no doubt that these variations in the
susceptibility of weight gain have a genetic component. Thus, understanding how genetics
plays a role in the development of fat deposition could provide answers not only to treat
overweight and obesity but also to highlight molecules and pathways that can be targeted for

therapeutic intervention.
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On the other hand, these individual differences are also particularly interesting for their
potential application in breeding programs for farming industry. In this regard, genetic selection
for economically relevant traits has been a common practice for many years in terrestrial
animals (Hagedoorn, 1950) and posteriorly in fish (Tave, 1986). This practice, so-called
selective breeding or artificial selection, consists in reproducing particular males and females
by examining a specific trait (e.g. size, color, disease resistance...) and choosing to breed only
those that exhibit better values for that trait (Fig. 7). In fish, growth and flesh quality traits have
been widely studied due to their important interest for the industry. In this regard, two
experimental rainbow trout lines have been developed through divergent selection for low
(Lean line, LL) or high (Fat line, FL) muscle fat content, which in salmonids, has shown to be
a highly heritable trait (Quillet et al., 2005). These lines display significant differences in the
regulation of glucose and hepatic intermediary metabolism under various dietary regimes
(Kolditz et al. 2008; Kamalam et al. 2012). Moreover, recent studies have highlighted the
divergent leptin system profiles between the two fish lines, suggesting a different regulation of
energy stores and their mobilization (Gong et al. 2016; Johansson et al. 2016). In the present
work, we will provide more information regarding the different metabolic regulation of these
two rainbow trout genotypes, highlighting their divergent coping mechanisms in response to

food deprivation (Article III).

PRODUCTION FISH BREEDING PROGRAM

F1 SELECTED

BROOD FISH
UNSELECTED
FISH

SPAWN

P1 GENERATION

GENERATION 1 F1 SELECTED GENERATION

F2 SELECTED
BROOD FISH

SPAWN

GENERATION 2 F2 SELECTED GENERATION

Figure 7. Schematic diagram of breeding selection programs for desirable traits in fish. Adapted from (Tave,

1996).
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Recently, particular attention has been drawn on the role of epigenetic changes in determining
obesity risk. Several authors have suggested that periconceptional factors, including nutrition
and environmental conditions, might influence the risks for many adult health outcomes in the
offspring (Feil, 2006; Vickers, 2014). Studies investigating the survivors of the Dutch winter
famine of 1944-1945, showed that individuals whose mothers were exposed to famine during
early gestation, were more likely to develop obesity and its related diseases. Such phenomenon,
so-called nutritional programming, has been largely studied in mammalian models (Burdge and
Lillycrop, 2010) and it is supposed to be driven by epigenetic mechanisms. For example, recent
studies have shown that mice exposed to soy isoflavones during early neonatal life have
improved bone mineral density and higher trabecular inter-connectivity in long bones and
lumbar spine at early adulthood (Ward et al., 2016). Although less investigated in fish, studies
in rainbow trout have reported that early post-hatch life stimulus with a hyperglucidic diet
modulates the expression of specific markers of carbohydrate metabolism and glucose
utilization (Geurden et al., 2014, Geurden et al., 2007). Similar results were also found in
zebrafish after in ovo administrations of glucose (Rocha et al., 2014). Overall, this new
approach represents a mechanistic relationship between genetic variation and nutritional
factors, and might help to explain the heritable component to obesity. In this regard, we have
examined the influence of parental nutrition on offspring metabolism in rainbow trout (Article

).

1.3.3 Environmental factors: the “obesogen” theory

Although less apparent than nutrition and genetics, research into the multifactorial causation of
obesity has broaden its scope to potential consequences of environmental factors such as fast
food consumption and sedentary lifestyles (Faith and Kral, 2006). In this regard, it has been
widely demonstrated that exercise has beneficial effects on body weight, fat storage and
endocrine regulation. Indeed, physical activity ameliorates the clinical profile of obese patients
delaying at the same time the progression of type Il diabetes (Colberg et al., 2010). Moreover,
studies in mice have revealed that consumption of a low-fat diet combined with exercise cause
significant weight loss along with a decrease in glucose and insulin resistance derived from a
high-fat feeding (Carter et al., 2015). On the other hand, sustained exercise in fish is correlated
with increases in growth and protein turnover, and several publications have claimed the interest

of exercise as a mechanism to improve flesh quality in farmed fish (Palstra and Planas, 2011;
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Vélez et al., 2017, Vélez et al., 2016), which is of great interest for aquaculture production.
Indeed, it has been shown that moderate and sustained exercise in gilthead seabream can
improve not only fish growth and feed conversion but also to induce a reduction of mesenteric

fat (Blasco et al., 2015).

Nevertheless, evidence is increasing that exposure to certain environmental compounds, rather
than nutrition or life physical activity patterns, could be one of the major determinants of obesity
etiology. Thus, it is tempting to assume that the recent increased incidence of obesity and
overweight can be associated with the grow in industrialization and the concomitant increase
in the use of industrial chemicals over the past decades. This theory proposes the existence of
endocrine-disrupting chemicals (EDCs) that can inappropriately regulate particular hormonal
signaling pathways and cause adverse metabolic effects, altering fat cell programming and
increasing energy storage in adipose tissue (Holtcamp, 2012). These compounds, so-called
“obesogens”, predispose an exposed individual to subsequent weight gain through different
mechanisms of action. Some of them promote fat accumulation through direct or indirect ways,
increasing lipid storage in fat cells (hypertrophy) and/or the number of adipocytes (hyperplasia),
while others affect hormonal signaling, distressing at the same time appetite regulation and lipid

homeostasis (Lustig, 2011).

To date, many obesogens have been identified; supporting the idea that exposure to such
chemicals may play an unpredicted role in the obesity epidemic. Among these, estrogenic EDCs
such as bisphenol A (BPA) (Rubin et al., 2001), atrazine (Tousignant and Uno, 2015) and
dichlorodiphenyltrichloroethane (DDT) (Skinner et al., 2013); organotins like tributyltin (TBT)
and triphenyltin (TPT) (Griin and Blumberg, 2009; Kirchner et al., 2010) and phthalates (Hao
et al., 2013) induce fat accumulation in animals. For instance, long-term exposure to the
herbicide atrazine contributes to the development of insulin resistance and obesity in mice (Lim
et al., 2009). On the other hand, mice fed a high-fat diet and exposed to BPA, are shown to
consume more food and gain more weight than control animals on the same diet, suggesting a

neurological regulation of appetite (MacKay et al., 2013).

Furthermore, in mammals, it has been shown that the metabolic programming of obesity risk
may be linked to lifetime contact to obesogenic chemicals but also to perinatal exposure during
pregnancy. This early exposure to chemicals in the environment can modify normal cellular
and tissue development and function, even at the level of stem cell determination (Heindel et

al., 2015). Transgenerational inheritance of obesity resulting from exposure to different
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environmental obesogens has been demonstrated (Janesick et al., 2014). For instance, prenatal
exposure to TBT is shown to promote obesity in mice generations by permanently altering the
development of fat and liver cells through activation of PPARY and retinoid X receptor (RXR)
pathways (Chamorro-Garcia et al., 2013). On the other hand, exposure to phthalates in pregnant
mice lead to increased body weight and adipocyte size in male offspring suggesting a sexually

dimorphic effect of this compound (Hao et al., 2012).

Some of these chemicals have been utilized as biocides, wood preservatives and antifouling
paints for many years, and can be found in significant concentrations in aquatic environments
(Boyer, 1989; Fent, 1996). Among them, TBT and TPT are considered the most relevant in
aquatic environments, with a proven toxicity risk to humans and wildlife (Antizar-Ladislao,
2008). It has been well documented the endocrine disrupting potential of TBT on shell
thickening in oysters (Alzieu et al., 1986), imposex and reduction of growth in mollusks
(Birchenough et al., 2002; Salazar and Salazar, 1991) as well as altered sex ratio and suppressed
fertility in some fish species (McAllister and Kime, 2003; McGinnis and Crivello, 2011; Santos
et al., 2006). However, despite these evidences, there are limited data on the effects of these
compounds on fat accumulation and adipogenesis disruption in fish. In this context, we have
examined the potential obesogenic effects of these organotins on the regulation of adipogenesis

on primary cultured adipocytes in rainbow trout (Article IV).
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Objectives

The overall purpose of the present thesis is to improve the knowledge on the role of adipose
tissue in the regulation of lipid homeostasis in fish, specially focusing in adiposity dynamics
and the influence of nutritional, genetic and environmental factors. The works presented using
zebrafish and rainbow trout models, provide an integrative view of adipose tissue biology

related to obesity with potential applications in both, aquaculture and biomedical research.
Specific aims:

1- To investigate the nutritional regulation of lipid metabolism and fat deposition by

several vegetal compounds or a dietary essential amino acid deficiency.

a. To evaluate the anti-obesogenic properties of three antioxidants of plant origin
in zebrafish and rainbow trout models and, to determine their specific effects
modulating lipid metabolism in adipose tissue through the PPARY signaling
pathway. (Article I)

b. To assess the effects of different dietary methionine levels on the response of

several fat metabolism-related genes in rainbow trout fry. (Article II)

2- To determine the genetic influence on lipid homeostasis with special focus on the effects

of nutritional programming and breeding selection.

a. To evaluate the consequences of feeding rainbow trout broodstock with a diet
deficient in methionine on the response of several metabolism-related genes in

the offspring. (Article II)

b. To examine the effects of fasting on the regulation of lipid metabolism, the
adiponectin system and oxidative stress status at a transcriptional level, in two
experimental rainbow trout lines established through divergent selection for low

or high muscle fat content. (Article III)

3- To evaluate the environmental causation of fat accumulation by investigating the
obesogenic potential of two organotin compounds on adipocyte development and lipid

homeostasis in rainbow trout. (Article IV)
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Abstract

Some natural products, known sources of bioactive compounds with a wide range of proper-
ties, may have therapeutic values in human health and diseases, as well as agronomic
applications. The effect of three compounds of plant origin with well-known dietary antioxi-
dant properties, astaxanthin (ATX), caffeic acid (CA) and hydroxytyrosol (HT), on zebrafish
(Danio rerio) larval adiposity and rainbow trout (Onchorynchus mykiss) adipocytes was
assessed. The zebrafish obesogenic test (ZOT) demonstrated the anti-obesogenic activity
of CA and HT. These compounds were able to counteract the obesogenic effect produced
by the peroxisome proliferator-activated receptor gamma (PPARYy) agonist, rosiglitazone
(RGZ). CA and HT suppressed RGZ-increased PPARY protein expression and lipid accu-
mulation in primary-cultured rainbow trout adipocytes. HT also significantly reduced plasma
triacylglycerol concentrations, as well as mRNA levels of the fasn adipogenic gene in the
adipose tissue of HT-injected rainbow trout. In conclusion, in vitro and in vivo approaches
demonstrated the anti-obesogenic potential of CA and HT on teleost fish models that may
be relevant for studying their molecular mode of action. Further studies are required to eval-
uate the effect of these bioactive components as food supplements for modulating adiposity
in farmed fish.

Introduction

Obesity has become a worldwide epidemic and is considered one of the most serious public
health problems of our time [1,2]. Overweight and obesity occur when energy intake exceeds
energy expenditure, leading to increased storage of triacylglycerols (TAG), mainly in white
adipose tissue (WAT). In addition to TAG storage in adipocyte lipid droplets, WAT has been
recognized as a multi-functional endocrine organ that plays a critical role in modulating sev-
eral physiological processes, such as appetite, whole-body energy metabolism and homeostasis,
as well as tissue inflammation responses [3]. Consequently, concomitant with enlarged fat
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storage, pathological overgrowth of WAT is associated with a range of related problems,
including type II diabetes, insulin resistance, hypertension and cardiovascular diseases [4].

One of the key molecules that modulates WAT activity in response to extrinsic signals is
peroxisome proliferator-activated receptor gamma (PPARY), a master regulator of adipogen-
esis that activates the transcription of a large number of genes involved in adipocyte differenti-
ation and lipid accumulation [5]. Furthermore, PPARY controls the expression of many
factors secreted by WAT that influence insulin sensitivity, which in turn, modulate the expres-
sion of genes involved in glucose homeostasis [6]. Impaired PPARY signaling, expression and/
or activation are thus implicated in the prevalence of metabolic obesogenesis and weight-
related diseases, such as diabetes. The most widely studied therapeutic use of PPARY has been
in the treatment of insulin resistance and type II diabetes. Synthetic ligands/agonists of
PPARYy, e.g. thiazolidinediones, commonly used as insulin sensitizers for treating hyperglyce-
mia in patients with type II diabetes, are of great clinical significance [7]. Nevertheless, despite
their effectiveness in normalizing blood glucose levels, these compounds present detrimental
side effects, such as weight gain, edema and cardiovascular complications [8]. Thus, the discov-
ery or development of new compounds that modulate the PPARYy signaling pathway more
effectively and safely, while promoting health benefits, is currently a matter of great interest.

Throughout history, natural products have provided a rich source of inspiration for drug
discovery. Significant research has recently been undertaken to identify PPARy modulators,
with the aim of formulating a novel treatment to maximize antiobesity effects, in addition to
antioxidant and protective properties [9]. Natural antioxidants modulate WAT inflammation
produced by the overproduction of reactive oxygen species or pathological processes associ-
ated with obesity. While caffeic acid (CA), hydroxytyrosol (HT) and astaxanthin (ATX) are
interesting examples of dietary compounds with proven antioxidant properties [10-12], their
specific potential for treating obesity has not been fully recognized. Furthermore, the increas-
ing use of plant-based aquafeeds has aroused great interest in the identification of new vegetal
ingredients that may respond not only to the demand for sustainable aquaculture, but also, to
help develop new diets that may reduce unwanted perivisceral WAT in farmed fish.

In basic research, mammalian models (e.g. mice and rats primarily) have been traditionally
used in human physiology and disease research, due to their anatomical and physiological sim-
ilarities [13]. Nevertheless, they could be unsuited for certain types of studies [14]. In the past
decade, teleost species have been regarded as excellent alternative models for studying human
diseases [15,16] and now constitute an emerging method for assessing bioactive compounds in
food research [17]. A number of in vitro and in vivo studies have highlighted the applicability
of several fish species within the areas of lipid metabolism and adipose tissue biology [18-23].
Besides its simplicity and numerous other advantages, fish research models such as zebrafish
(Danio rerio) or rainbow trout (Onchorynchus mykiss), are very promising for obesity research,
as most of the metabolic pathways linked to the lipid metabolism are conserved between mam-
mals and teleost fish [24-26]. Indeed, histological studies have revealed also evolutionarily
conserved morphological structures of teleost adipocytes [27-29].

In this study, three selected antioxidant dietary compounds (CA, HT, and ATX) were used
in vitro and in vivo, to assess their potential anti-obesogenic effect on zebrafish and rainbow
trout models.

Materials and methods
Animal care and ethics statement

Wild-type zebrafish were produced in our facilities at the University of Bordeaux in accor-
dance with the French Directive (Ministeére de ' Agriculture, de '’ Agroalimentaire et de la

PLOS ONE | https://doi.org/10.1371/journal.pone.0178833 June 1, 2017 2/21


https://doi.org/10.1371/journal.pone.0178833

@° PLOS | ONE

Caffeic acid and hydroxytyrosol in teleost models

Forét), under permit number A33-522-6. All experiments were conducted in conformity with
the European Communities Council Directive (2010/63/EU) on the protection of animals
used for scientific purposes and local French legislation on the care and use of laboratory ani-
mals. Larvae were obtained by natural mating and raised in embryo water (90 pg/ml Instant
Ocean [Aquarium Systems, Sarrebourg, France], 0.58 mM CaSO,, 2H,0, dissolved in reverse-
osmosis purified water) at 28.5°C with an 11L:13D photoperiod. From 5 days postfertilization
until day 15, larvae were fed ad libitum on ZF Biolabs formulated diet flakes (Tres Cantos,
Spain). They were then nourished with standard diet (SD) for late larvae (TetraMin Baby,
Tetra GmbH, Melle, Germany). Animal stages were recorded according to standard length, i.e.
the distance from the rostral tip of the larva to the base of the caudal fin.

Juvenile rainbow trout, body weight approximately 80 g for in vivo studies and 250 g for
extracting WAT to be used in adipocyte primary cultures, were obtained from the “Viveros de
los Pirineos” fish farm (El Grado, Huesca, Spain). Animals were maintained according to the
Ethics and Animal Care Committee of the University of Barcelona, following the regulations
and procedures established by the Spanish and Catalan governments (CEEA 170/14, CEEA
311/15, DAAM 7952).

Reagents

HT (ref. 70604, CAS N°10597-60-1) and rosiglitazone (RGZ) (ref. 71740, CAS N°122320-73-
4) were purchased from Cayman chemicals (Ann Arbor, MI). CA (ref. C0625, CAS N°331-39-
5), sesame oil (ref. $3547), DMSO (ref. D8418), and ethyl 3-aminobenzoate methanesulfonate
(MS-222) (ref. E10521) were provided by Sigma-Aldrich (Tres Cantos, Spain). Certified ana-
lytical grade ATX (ref. DRE-CA10307000, CAS N°472-61-7) was purchased from Dr. Ehren-
storfer GmbH (Augsburg, Germany). Stock solutions were stored at -20°C and working
solutions were diluted in 0.1% DMSO on the day of the experiment.

Zebrafish obesogenic test (ZOT)

The short-term ZOT assay, using Nile red staining, is a non-invasive in vivo method for visual-
izing the effects of the molecules tested on the adiposity dynamics of zebrafish larvae by fluo-
rescence microscopy. The 3-day, in vivo, animal treatment protocol was performed as
previously described [30]. In replicated experiments, ten larvae ranging from 7 to 9 mm stan-
dard length were used per group. Larvae were exposed to the selected compounds or to vehicle
alone for one day in a fasting state. All larvae were kept in a fasting state for 24 h prior to expo-
sure and until the end of the trial, to avoid food auto-fluorescence. Treatments were as follows:
vehicle control (CT) (0.1% DMSO), CA (0.1% DMSO plus 50 uM CA), HT (0.1% DMSO plus
100 uM HT), and ATX (0.1% DMSO plus 100 uM ATX). Concentrations of each molecule
tested were the highest that did not induce any mortality. Quantitative analysis was performed,
as previously described [30], by recording the image area of Nile red green fluorescence as a
percentage of initial adiposity, using Image] software (National Institutes of Health, Bethesda,
MD, USA).

Rainbow trout adipocyte cell cultures

All cell-culture reagents were purchased from Sigma-Aldrich (Tres Cantos, Spain) and Life
Technologies (Alcobendas, Spain). All plastic items and glass cover slips were obtained from
Nunc (LabClinics, Barcelona, Spain). Cells were cultured according to the previously estab-
lished procedure [31], with perivisceral WAT from four to six fish per culture. After counting,
cells were seeded at a final density of 2-2.5-10* cells/cm? in 1% gelatin on pretreated six-well
plates (9.6 cm?/well) for real-time quantitative PCR (QRT-PCR) analyses or twelve-well plates
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(2.55 cm?*/well), with or without coverslips, for immunofluorescence or Oil red O (ORO)
staining, respectively. Plates were kept at 18°C in Leibovitz’s L-15 growth medium, supple-
mented with 10% fetal bovine serum and 1% antibiotic-antimycotic solution (growth medium,
GM). When necessary, the standard procedure used for cell differentiation was the following:
once confluence was reached (day 7), cells were induced to differentiate by incubating them
with a differentiation medium (DM) based on GM and containing 10 pg/mL insulin, 0.5 mM
3-isobutyl-1-methylxanthine and 0.25 uM dexamethasone. The medium was changed every 2
days throughout the procedure.

Immunofluorescence assay

Post-confluent pre-adipocyte cells from day 7 of culture were incubated with vehicle CT

(DM = 0.1% DMSO) or vehicle plus CA (50 uM), HT (100 uM) or RGZ (1 uM), or a combina-
tion of CA or HT with RGZ, for 24 h. RGZ was used as a potential rainbow trout peroxisome
proliferator-activated receptor gamma (PPARY) agonist. PPARy was detected by immunofluo-
rescence, using the protocol described by [32]. The polyclonal rabbit anti-PPARy (H-100) was
purchased from Santa Cruz Biotechnology (Santa Cruz, CA). Secondary Alexa Fluor™ conju-
gated antibody (A21069, goat anti-rabbit 568) was purchased from Life Technologies (Alco-
bendas, Spain). Nuclei were counterstained with Hoechst (H1399, Life Technologies,
Alcobendas, Spain). Images were obtained at 36x magnification on a Leica TCS-SP5 confocal
microscope. Nucleus fluorescence was quantified and normalized to the total number of nuclei
in the same field, using Image] software (National Institutes of Health, Bethesda, MD, USA).

Western blot analysis

Post-confluent pre-adipocyte cells from day 7 of culture were treated as described in the previ-
ous immunofluorescence section. Protein extraction and Western blot analysis were per-
formed using the protocol described by [32]. Briefly, the amount of protein from each sample
was measured [33] and 20 pg were subjected to electrophoresis (SDS-PAGE) on 10% poly-
acrylamide gels (125 V for 1 h 30 min). After overnight transfer to a PVDF membrane, a stain-
ing with Ponceau S solution (Sigma-Aldrich, Tres Cantos, Spain) was performed, showing
similar amounts of transferred proteins on each lane and membranes were scanned for poste-
rior band quantification. Subsequently, membranes were washed and then blocked in non-fat
milk 5% and incubated with polyclonal rabbit anti-PPARy (H-100), an antibody that has been
previously shown to successfully cross-react with rainbow trout [31,34]. After washing, mem-
branes were incubated with a peroxidase-conjugated secondary goat anti-rabbit antibody (Cat.
No. 31460. Thermo Scientific, Alcobendas, Spain). The immunoreactive band was visualized
using an enhanced chemiluminescence kit (Pierce ECL Western blotting Substrate; Thermo
Scientific, Alcobendas, Spain) and quantified by densitometric scanning using Image]J software
(National Institutes of Health, Bethesda, MD, USA). Results from the densitometry analysis of
each specific band were normalized by the densitometry values of the most abundant band of
Ponceau S staining as previously reported [35]. In support of this methodology, it has been
shown that reversible Ponceau S staining can be used advantageously over specific proteins
detection for quality or control of equal loading in Western blotting [36,37].

Oil red O staining and lipid quantification

After confluence (day 7), cells were incubated with vehicle CT (DM + 0.1% DMSO) or vehicle
plus CA (50 uM), HT (100 uM), LIP (10 pl/ml) or the indicated combination of CA or HT
with LIP, for 72 h. Cell differentiation and lipid accumulation were analyzed by ORO staining,
as described elsewhere [38], with minor modifications. Briefly, cells were fixed with 10%
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formalin for 1 h. Fixed cells were rinsed with PBS, stained with 0.3% ORO prepared in 36%
tri-ethyl phosphate for 2 h, and then rinsed three times with distilled water. A 100% 2-propa-
nol solution was used to elute the ORO dye and absorbance was measured at 490 nm. The cells
were then stained with Coomassie blue for 1 h and proteins were extracted using 85% propyl-
ene glycol at 60°C for 1 h. Lipid quantification was calculated as the absorbance measured at
490 nm divided by the measurement corresponding to protein at 630 nm.

Cell viability assay

Pre-confluent pre-adipocyte cells (day 5 of culture) were incubated with vehicle CT (GM) or
vehicle plus CA (50 uM), HT (100 pM), RGZ (1 uM), or a combination of CA or HT with
RGZ, for 24 h. The methylthiazolyldiphenyl-tetrazolium bromide (MTT) assay was performed
as previously described elsewhere [38]. Briefly, after 24 h incubation with a final concentration
of 0.5 mg/mL MTT, cells were washed with PBS and the blue formazan crystals that formed
were resuspended in 250 pL DMSO per well for 2 h. Cell viability values were obtained from
the absorbance measured at 570 nm, with 680 nm as the reference wavelength, using a micro-
plate reader (Infinite 200, Tecan).

Measuring cell proliferation

Pre-confluent pre-adipocyte cells (day 5 of culture) were incubated as described in the previ-
ous cell viability section. Cell proliferation was evaluated by immunocytochemical detection of
proliferating cell nuclear antigen (PCNA), using a commercial staining kit (Cat. No. 93-1143,
Life Technologies, Alcobendas, Spain). In brief, after 24 h incubation (see above), cells were
washed and fixed in 4% paraformaldehyde (PFA, Sigma-Aldrich, Spain) at room temperature
for 15 min. Subsequently, coverslips were post-fixed in 50% and 70% ethanol for 5 min and
incubated in PCNA staining reagents, following the manufacturer’s suggested protocol. The
amount of PCNA-labeled nuclei (positive cells) was evaluated and normalized to the number
of nuclei in that field, using Image] software (National Institutes of Health, Bethesda, MD,
USA). Five to ten images were taken per coverslip with a CC2 camera coupled to a microscope
at 40x using analySIS (Soft Imaging System) software.

In vivo experimental treatment in rainbow trout

After 15 days’ acclimation in our facilities at 15°C, juvenile rainbow trout fasted for 24 h were
then anesthetized with MS-222 (0.1 g/L) prior to receiving an intraperitoneal injection of

4.64 pL volume per g body weight. Treatments were as follows: vehicle CT containing DMSO
diluted in sesame oil (1:3, v/v), vehicle plus CA at 10 ug/g body weight, and vehicle plus HT at
20 ug/g body weight. After 24 h exposure to the compounds in a fasting state, trout were anes-
thetized, sacrificed by a blow to the head, and blood samples were taken from the caudal aorta.
Liver and perivisceral WAT samples were then harvested and preserved at —80°C pending
analysis. None of the molecules tested induced mortality at the concentrations used.

Biochemical analysis of plasma parameters

Plasma samples were analyzed using commercial enzyme kits: glucose (Monlab, Barcelona,
Spain), non-esterified fatty acids (NEFAs, Wako Chemicals GmbH, Neuss, Germany), and
TAG and glycerol (Sigma-Aldrich, Tres Cantos, Spain).
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RNA extraction, cDNA synthesis and gRT-PCR

Total RNAs from WAT (100 mg), liver (50 mg), and primary adipocyte cells (3 wells) were
extracted using TriReagent (Ambion, Alcobendas, Spain), according to the manufacturer’s
recommendations. Treatments for in vitro studies were as follows: vehicle CT (DM + 0.1%
DMSO) or vehicle plus CA (50 uM), HT (100 uM), RGZ (1 uM), LIP (10 pl/ml) or the indi-
cated combination of CA or HT with RGZ or LIP, for 24 h. A ND-2000 NanoDrop spectro-
photometer (Thermo Fisher Scientific, Alcobendas, Spain) was used to quantify isolated RNAs
and 500 ng (cell culture) or 1 pg (tissue) samples of total RNAs were treated with DNase I (Life
Technologies, Alcobendas, Spain), following the manufacturer’s protocol, to remove all geno-
mic DNA. Afterwards, total RNAs were reverse transcribed with the Transcriptor First Strand
cDNA synthesis Kit (Roche, Sant Cugat del Valles, Spain). qRT-PCR was performed as previ-
ously described [39]. All the analyses were performed in triplicate using 384-well plates with
2.5 uL itaq SYBR Green Supermix (Bio-Rad, El Prat de Llobregat, Spain), 250 nM forward and
reverse primers, and 1 pL cDNA for each sample, in a final volume of 5 pL. The primers were
specific for acyl-CoA synthetase-1 (acsl1), beta-actin (actb), CCAAT/enhancer-binding pro-
tein alpha (cebpa), elongation factor 1 alpha (efla), fatty acid synthase (fasn), 3-hydroxyacyl-
CoA dehydrogenase (hoad), hormone sensitive lipase (lipe), lipoprotein lipase (Ipl), adipose tri-
glyceride lipase (pnpla2), peroxisome proliferator activated receptor beta (pparb) and gamma
(pparg), and ubiquitin (S1 Table).

Statistical analyses

Data were analyzed using IBM SPSS Statistics v.22 (IBM, Armonk, USA) and GraphPad prism
6 (La Jolla, USA, www.graphpad.com) and presented as mean + SEM, unless stated otherwise.
Normal distribution was first analyzed using the Shapiro-Wilk test, followed by Levene’s to
test homogeneity of variances. Statistical significance was assessed by two-tailed unpaired Stu-
dent’s t-test or one-way analysis of variance (ANOVA), followed by the Tukey post-hoc test.
When data did not follow a normal distribution, a non-parametric Kruskal-Wallis test was
applied, followed by a paired U-Mann Whitney test. Statistical differences were considered sig-
nificant for all analyses when p-value < 0.05, indicated by asterisks: *p < 0.05, **p < 0.01,

“**p < 0.0001.

The mRNA level of each gene analyzed was calculated relative to the corresponding refer-
ence genes, i.e. geometric means of efla and ubiquitin for the in vitro cell culture assays and
efla and actb for in vivo assays, using the Pfaffl method [40] implemented in the Biorad CFX
manager 3.1 (Bio-Rad, El Prat de Llobregat, Spain).

Results

Identifying compounds of plant origin with antioxidant properties able to
decrease zebrafish larval adiposity in vivo

To investigate the effect of CA, HT and ATX on the dynamics of zebrafish adiposity, ZOT was
used as a non-invasive in vivo method for visualizing lipid droplets in living larvae by fluores-
cence microscopy [30]. The whole-body adiposity dynamics of each larva was expressed as a
percentage of variation in Nile red fluorescence signal areas in fish previously fed on standard
diet (SD) after one-day’s exposure in a fasting state. The results revealed that exposure to

50 uM CA significantly decreased larval adiposity compared to CT-exposed fish (—-

22.83 £ 1.02% in CA versus —16.99 + 1.29% with CT, p < 0.01) (Fig 1A). The same effect was
observed with 100 uM HT (-29.72 + 2.74% in HT versus —17.98 + 1.97% with CT, p < 0.05)
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Fig 1. Identification of selected molecules of plant origin able to decrease adiposity in vivo. ZOT was conducted on
larvae with a standard-length distribution from 7 to 9 mm and initially nourished with SD. Adiposity was quantified in fasting
larvae in fish water with 0.1% DMSO as a vehicle control (CT) or 0.1% DMSO plus 50 uM CA (A), 100 uM HT (B), or 100 uM
ATX (C). For each larva enrolled, WAT dynamics is expressed as a percentage of initial adiposity. Values are mean + SEM,
n = 4-6 independent experiments (10 animals per group). *P < 0.05, **P < 0.01 compared to CT, using two-tailed unpaired

Student’s t-test.

https://doi.org/10.1371/journal.pone.0178833.g001

(Fig 1B). In contrast, there was no change in adiposity following exposure to 100 uM ATX (Fig
1C).

Differential effect of CA and HT on WAT dynamics in different body parts

ZOT was used to study WAT dynamics in different body parts of zebrafish larvae, during
exposure to the selected bioactive compounds. Perivisceral WAT accounted for around 60% of
adiposity at these zebrafish larval developmental stages (S1 Fig). The remaining WAT in the
head and tail regions represented around 30% and 10%, respectively (S1 Fig). Results showed
that exposure to CA mainly affected adiposity in the head region, compared to the same region
in CT fish (-10.85 £ 1.95% in CA versus —5.53 + 0.54% with CT, p < 0.05) (Fig 2A). HT also
led to a significant decrease in adiposity in the head (-11.46 + 1.03% in HT versus

—7.95 + 0.24% with CT, p < 0.05) and viscera (—15.87 £ 2.23% in HT versus —7.13 + 2.46%
with CT, p < 0.05) compared to CT (Fig 2F). In contrast, ATX did not have a significant anti-
obesogenic effect in any of the body regions (Fig 2K). Fluorescent images of isolated or
grouped adipocytes revealed a marked decrease in oil droplet size following treatment with
CA or HT (Fig 2C, 2E, 2H and 2J).

Potential antagonist effect of CA and HT on PPARYy signaling pathway

In view of the significant decrease in zebrafish larvae adiposity observed after treatment with
CA and HT, the next step was to elucidate whether these compounds were capable of counter-
acting the obesogenic effect of RGZ, a potential PPARy agonist, in vivo. RGZ at 1 uM on an SD
background diet was shown to prevent adiposity loss in fasting condition: —10.59 + 1.35% in
RGZ versus —18.1 + 1.52% with CT, p < 0.01 (Fig 3A) and —14.23 + 0.98% in RGZ versus
—20.04 £ 0.88% with CT, p < 0.05 (Fig 3B). Simultaneous exposure of the larvae to RGZ and
CA revealed that the obesogenic effect of RGZ was abolished by this compound (—-

19.24 + 0.40%) (Fig 3A). A similar effect was obtained following co-incubation with RGZ and
HT (-23.47 + 2.17%) (Fig 3B).
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Fig 2. Differential effect of selected vegetal molecules of plant origin on WAT dynamics in different body parts of
zebrafish larvae. Quantitative analysis of WAT dynamics was performed according to the ZOT protocol and the results are
expressed as a percentage of initial adiposity relative to the amount of WAT fluorescence signal attached to each body region.
Fasting larvae were exposed to 50 yM CA in 0.1% DMSO (A, C, E), 100 yM HT in 0.1% DMSO (F, H, J), 100 yM ATXin 0.1%
DMSO (K, M, O), or 0.1% DMSO as a vehicle CT (A, B, D, F, G, I, K, L, N). Images of relevant regions in representative larvae are
presented: head (B-E), viscera (G-J), and tail (L-O). Lateral views, anterior part on the left and dorsal part at the top, under
fluorescence microscope after Nile red staining, recorded before (B, C, G, H, L, M) and after 24 h treatment (D, E, |, J, N, O) with
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(CA, HT, ATX) or without (CT) exposure to the compounds. Insets in each image are enlarged views of isolated adipocytes or
groups of adipocytes from each panel, marked by a white rectangle. Values are mean + SEM, n = 4—6 independent experiments
(10 animals per group). *p < 0.05 compared to control for each region, using Student’s t-test. Scale bar, 500 um. Abbreviations:
e, eye; pf, pectoral fin; pwat, perivisceral white adipose tissue; sb, swim bladder; ai, anterior intestine; swat, subcutaneous white
adipose tissue.
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Fig 3. CA and HT abolished the in vivo obesogenic effect of RGZ. ZOT was applied to larvae previously
nourished with SD. Adiposity was quantified in the presence of 0.1% DMSO as a vehicle CT or 0.1% DMSO
plus the indicated combination of compounds. Exposure to 1 yM RGZ induced a significantly smaller
decrease in adiposity compared with CT. The effect of RGZ was abolished by CA 50 uM (A) and HT (100 pM)
(B). Values are mean + SEM, n = 4 independent experiments (10 animals per group). Significant differences
are shown as different letters (p < 0.05) using one-way ANOVA test followed by Tukey’s post hoc test.

https://doi.org/10.1371/journal.pone.0178833.g003
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Characterization of CA and HT effects on primary-cultured rainbow trout
adipocytes

CA and HT significantly increased adipocyte viability (S2A Fig) without affecting proliferation
(S2B Fig), whether the cells were co-treated with RGZ or not. RGZ alone or in combination
with treatments did not affect cell viability or the percentage of PCNA-positive cells (S2 Fig).
Quantification of the PPARy immunofluorescence signal revealed that treating adipocytes
with CA or HT in combination with RGZ significantly reduced the enhanced PPARy protein
expression signal produced by RGZ alone (Fig 4A and 4B). A very similar pattern although not
showing significant differences was observed concerning PPARY protein expression by West-
ern blot (Fig 4C and 4D). A lower level of lipid storage was observed when these cells were cul-
tured in the presence of lipid mixture (LIP)+CA and especially in the LIP+HT condition,
compared to LIP alone (0.93 + 0.176 and 0.56 + 0.047 in LIP+CA and LIP+HT, respectively,
versus 1.34 £+ 0.13 with LIP, p < 0.05) (Fig 4E). Finally, qRT-PCR data revealed that LIP signifi-
cantly increased the expression of pparg and cebpa transcripts compared to CT, whereas RGZ
did not affect these values (Fig 4F and 4G). In addition, treatments with CA or HT slightly
down-regulated pparg and cebpa mRNA levels when combined with LIP, whereas no changes
were observed in combination with RGZ (Fig 4F and 4G).

In vivo effects of CA and HT on rainbow trout lipid metabolism

The next step was to clarify the role of CA and HT in an in vivo context by focusing on several
key adipogenic, lipolitic and B-oxidation markers, as well as the potential cross talk between
liver and WAT, using qRT-PCR and plasma parameters analyses. The data revealed that tran-
scriptional levels of fasn in both WAT and liver were significantly decreased by HT treatment
(Fig 5A and 5E), indicating a reduction in fatty acid synthesis, possibly resulting in a decrease
in TAG formation and fat deposits. Moreover, pnpla2 expression in WAT but not liver
decreased significantly following HT administration (Fig 5D and 5H). On the other hand,
lipel mRNA levels in both liver and WAT were unaffected by CA or HT treatment (Fig 5C
and 5G). Following CA administration, [pl mRNA levels were unaffected in WAT, but
increased in liver, suggesting a higher TAG lipase activity in this tissue (Fig 5B and 5F).
Regarding B-oxidation markers, acslI mRNA levels presented a reverse regulation between tis-
sues, being significantly increased by HT treatment in WAT and showing an opposite pattern
but not significant in liver (Fig 6A and 6D). Aside from that, no changes were found in hoad
(Fig 6B and 6E) nor pparb (Fig 6C and 6F) mRNA levels due to treatment in any tissue.

Since CA and HT were shown to modulate the expression of adipogenic, lipolytic and f-
oxidation genes that regulate the lipid metabolism in both WAT and liver, it was useful to
obtain further information by measuring blood parameters. Analysis of selected biochemical
parameters in plasma revealed a slight decrease in TAG levels in fasting rainbow trout injected
with CA and a significantly lower concentration with HT compared to CT (Table 1). However,
no significant effects upon treatments were observed in plasma glucose nor NEFAs.

Discussion

While mammalian models have largely contributed to improving our understanding of obe-
sity, in recent years, teleost models have also produced excellent findings on human diseases
and offer a number of advantages [41]. Despite obvious differences, teleost fish share a signifi-
cant amount of genetic identity with humans, and some metabolic pathways and organ sys-
tems are also remarkably similar [42,43]. Their rapid development ex-utero and the optical
semi-transparency of the embryonic and early larval stages, as well as the advances in fish cell
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Fig 4. Characterization of potential PPARYy signaling pathway antagonism and inhibition of
adipogenesis produced by CA and HT in primary-cultured rainbow trout adipocytes. Representative
PPARy immunofluorescence images (A), quantification of PPARy immunofluorescence protein signal (B),
anti-PPARy immunoreactive band and quantification of PPARYy protein expression by Western blot (C, D),
specific lipid content (E) and mRNA levels of adipogenic genes pparg (F) and cebpa (G).
Immunofluorescence images show Hoechst nuclei staining (left panels), PPARy (medium panels) and overlay
(right panels). Scale bar, 100 um. For both protein expression analyses (immunofluorescence, A and B;
Western blot, C and D) cells were incubated with vehicle (DM) plus CA (50 uM), HT (100 uM), RGZ (1 uM), or
the indicated combination of CA or HT with RGZ, or vehicle CT alone, for 24 h (day 7 of culture). RGZ was
used as a potential rainbow trout PPARy agonist. Representative Western blot images of anti-PPARy
immunoreactive band (top) and the same membrane labelled with Ponceau S (bottom) (D). Lipid content
expressed spectrophotometrically as the ratio of absorbance value between ORO and Coomassie blue
staining (E). For lipid content analysis cells were incubated with vehicle (DM) plus CA (50 uM), HT (100 pM),
LIP (10 pl/ml), or the indicated combination of CA or HT with LIP, or vehicle CT alone, for 72 h (day 7 of

PLOS ONE | https://doi.org/10.1371/journal.pone.0178833 June 1, 2017 11/21


https://doi.org/10.1371/journal.pone.0178833

@° PLOS | ONE

Caffeic acid and hydroxytyrosol in teleost models
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reference genes, ef1aand ubiquitin. For gene expression analyses cells were incubated with vehicle (DM)
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culture techniques have made teleost fish popular models in applied and basic research
[14,21,41,42]. In mammals, fat deposits in specific regions differ from each other not only by
localization but also by their structural and functional properties [44]. Similarly, WAT devel-
opment in zebrafish is a step-wise process, with differentiated adipocytes first observed in the
visceral region, then the subcutaneous area and finally, the head [27]. Moreover, zebrafish fat
deposits are also mobilized sequentially, in reverse order, in response to starvation [20]; alto-
gether highlighting the particular suitability of this species to study adiposity dynamics in an
in vivo scenario.
Natural bioactive phytochemicals have recently attracted interest for their potential health
benefits in preventing metabolic diseases, including obesity and insulin resistance [45].

Among these, dietary components of olive oil, red wine and marine algae are particularly inter-

esting, due to their antioxidant properties, which are traditionally linked to longevity and

reduced mortality from several diseases [46]. Furthermore, as well as obesogenic molecules,
which predispose individuals to metabolic changes leading to weight gain [47], there is grow-
ing evidence that some plant compounds can improve overweight by inhibiting adipogenic
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Fig 5. qRT-PCR analysis of selected lipid-metabolism-related gene transcript levels in the dissected perivisceral WAT
(A-D) and liver (E-H) of rainbow trout treated with CA and HT or untreated. After one-day fasting, juvenile rainbow trout received
intraperitoneal injections of vehicle CT (DMSO in sesame oil 1:3, v/v), vehicle plus CA (10 pg/g body weight), or vehicle plus HT

(20 pg/g body weight), and samples were taken after a 24 h exposure period in a fasting state. mRNA levels of fasn (A, E), Ip/ (B, F),
lipe1 (C, G) and pnpla2 (D, H). AllmRNA levels were normalized to the geometric mean of the two reference genes, effaand actb.
Data are shown as mean + SEM (n = 7-8 fish per condition). *p < 0.05, **p < 0.01, ***p < 0.0001, compared to CT, using
Student’s t-test.

https://doi.org/10.1371/journal.pone.0178833.9g005
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Fig 6. qRT-PCR analysis of selected B-oxidation-related gene transcript levels in the dissected perivisceral WAT (A-C)
and liver (D-F) of rainbow trout treated with CA and HT or untreated. After one-day fasting, juvenile rainbow trout received
intraperitoneal injections of vehicle CT (DMSO in sesame oil 1:3, v/v), vehicle plus CA (10 ug/g body weight), or vehicle plus HT
(20 pg/g body weight), and samples were taken after a 24 h exposure period in a fasting state. mRNA levels of acs/1 (A, D), hoad
(B, E) and pparb (C, F). Al mRNA levels were normalized to the geometric mean of the two reference genes, effa and actb. Data
are shown as mean + SEM (n = 7-8 fish per condition). *p < 0.05, compared to CT, using Student’s t-test.

https://doi.org/10.1371/journal.pone.0178833.9006

pathways or impairing lipid accumulation and may, therefore, be classified as anti-obesogenic.
Recent studies have reported that some phytochemicals and dietary supplements affect the
lipid metabolism in zebrafish. Adding green tea extract to a high-fat diet significantly reduced
body fat storage in adults [48,49]. Other studies of very early-stage larvae reported a decrease
in lipids after treatment with compounds originating from plants or algae. The protocol

Table 1. Selected biochemical plasma parameters of rainbow trout intraperitoneally injected with CA or HT.

CT CA HT
TAG (mmol/L) 4.69+0.738 3.53+0.164 2.59+0.478*
Glycerol (DO 540 nm) 0.06 £0.0013 0.06 £0.0014 0.06 + 0.0006
Glucose (mmol/L) 8.61+1.077 6.86+0.417 6.83+0.480
NEFAs (mEq/L) 0.96+0.074 1.02 + 0.086 1.16+£0.133

Juvenile rainbow trout kept at 15°C received intraperitoneal injections after a one-day fast with vehicle CT, vehicle plus CA (10 pg/g), or vehicle plus HT
(20 pg/g). After 24 h exposure to the compound, blood samples were harvested for further plasma biochemical analyses. The total fasting period was
therefore 48 hours before blood sampling. Values are expressed as means + SEM (n = 7 to 8 fish per condition). TAG, triacylglycerols; NEFAs, non-
esterified fatty acids.

*p < 0.05 versus control using Student’s t-test.

https://doi.org/10.1371/journal.pone.0178833.t001
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consisted of a 15-day exposure to the compound on a high-fat diet background, starting at the
first feeding period. For example, curcumin [50-53], indole-3-carbinol [54], baicalein [55],
dieckol [56], ellagic acid [52], kaempferol [51], quercetin [56], seapolynol [57] and silibinin
[58], have all been reported to inhibit lipid accumulation in these early, post-embryonic devel-
opmental stages, when the adipocyte lineage is just starting to be established [20,27]. In our
work, we used the ZOT protocol at later larval developmental stages, when the animals had a
well-established WAT [30]. In vivo Nile red staining of adipocyte lipid droplets and quantita-
tive analysis of whole-mount wide-field fluorescence microscopy signals, before and after a
one-day exposure to the selected chemical compounds, were used to monitor the dynamics of
WAT mass linked to adipocyte droplet size rather than adipocyte cell number. In addition,
this methodology discriminated between the lipid signals associated with WAT and liver and
identified the potential modulation of different regional WAT fat deposits in zebrafish larvae.

In this context, the aim of the present study was to investigate the anti-obesogenic proper-
ties of three antioxidant compounds of plant origin, selected for their capacity to modulate the
lipid metabolism in the 3T3-L1 adipocyte cell line and rodent models [59-64]. ATX is a natural
red carotenoid pigment found in a wide variety of organisms, CA is one of the most abundant
hydroxycinnamic acids in the human diet, and HT is bioavailable in olive leaves and olive oil.
In the present work, CA and HT caused a significant, short-term reduction in zebrafish larval
adiposity, but CA exhibited stronger anti-obesogenic effects only in the head region, initiating
the reversal of the fat mobilization pattern, as described above, while HT affected both the
head and visceral regions. These results indicate that these compounds reduce fat mass by
decreasing adipocyte size, but they may have different anti-obesogenic capacities according to
the WAT location in the body. As mentioned above, it is known that adipose deposits in differ-
ent parts of the body have different biological functions and biochemical profiles. Several fea-
tures, such as adipocyte growth and differentiation, developmental gene expression,
susceptibility to apoptosis, inflammatory capacity, and adipokine secretion, vary among
deposits, as well as fatty-acid processing and WAT enlargement and loss mechanisms [65].
Nevertheless, further investigation is required to determine how CA and HT target the specific
needs of the different deposits. On the other hand, ATX did not modify the adiposity level of
zebrafish, even when the different regions were analyzed separately. Although several studies
support the hypothesis that ATX supplementation reduces body weight and fat accumulation
in mice [66], the ATX action mechanism has been demonstrated to be cell-type dependent
[62]. In agreement with our data, one study in humans reported that ATX did not boost fat uti-
lization or fat loss [67].

Adipogenesis is a complex process that typically involves the sequential activation of several
transcription factors, such as PPARY, that regulate the differentiation of pre-adipocytes into
mature adipocytes, and ultimately control WAT formation promoting both, lipogenesis and
fatty acid uptake. In mammals, it has been demonstrated that CA and HT exhibit a significant
potential to act as anti-obesity agents by modulating the PPARy adipogenesis pathway [64,68].
Therefore, the potential antagonism of PPARy produced by CA and HT may also disrupt fat
accumulation in teleost fish and result in a reduction of WAT mass due to lipid storage
impairment. Our results revealed that CA and HT abolished the RGZ-induced obesogenic
effect in zebrafish. A similar inhibitory effect has been also reported in zebrafish exposed to
specific pharmaceutical antagonists of RGZ [30,69], thus supporting the idea that the com-
pounds used in the present study may antagonize PPARY signaling.

During the last decade, in vitro cell culture models from fish species have been widely used
for studies of lipid metabolism and adipocyte functionality [31,70,71]. Nevertheless, despite
the increasing use of zebrafish as an obesity model, to our knowledge, a primary adipocyte cell
culture from this species has not been developed up to date. In this regard, further
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investigations using the well-established primary-cultured rainbow trout adipocyte system
were performed in order to have a closer look into the potential PPARy antagonism of CA and
HT. The data supported the involvement of PPARy in the mechanism underlying the anti-obe-
sogenic activity of CA and HT. Concomitant with the counteracting effect downregulating the
PPARY protein expression signal induced by RGZ, CA and especially HT, also reduced the adi-
pocyte lipid content, in agreement with our previous in vivo findings in zebrafish. However,
qRT-PCR analyses revealed that these two compounds did not modulate the transcript levels
of typical key markers of mature adipocytes, i.e. pparg and cebpa, when these cells were co-
treated with RGZ, and had only a slight effect when they were combined with LIP. These find-
ings suggest that the anti-obesogenic effect of CA and HT may be mediated by post-transcrip-
tional mechanisms.

PPARy deficiency and/or disruption directly not only affects WAT development and accu-
mulation, but also exerts an impact on the whole body metabolism [72]. The in vivo adminis-
tration experiment in rainbow trout revealed that CA and HT affected the mRNA levels of
adipogenic and B-oxidation genes in liver and WAT in different ways. Fat loss is usually caused
by the balance of two main processes: enhancement of fat breakdown and inhibition of TAG
synthesis and accumulation. This process is orchestrated by the interaction of several tissues,
such as WAT, liver and skeletal muscles [73]. The decrease in WAT fasn mRNA levels pro-
duced by HT treatment was accompanied by a reduction in plasma TAG levels, possibly due
to the antagonist effect of this compound on the PPARYy signaling pathway. In agreement with
our results, some mammal studies have demonstrated that CA and HT regulate WAT mass by
suppressing lipogenic enzyme activity and claimed that PPARy antagonists can be used to
treat hyperlipidemia [74,75]. Interestingly, HT also downregulated pnpla2 transcript abun-
dance in rainbow trout WAT, which is indicative of decreased lipolysis, leading to a reduction
in lipid turnover or compensation for excessive WAT decrease. On the other hand, CA admin-
istration increased [pl mRNA levels in the liver, also associated with the decreased TAG levels
observed in plasma. Concomitant with this decrease, CA and HT also smoothly increased
NEFAs levels via TAG hydrolysis. Moreover, a slight decrease was also observed in plasma glu-
cose following treatment, in agreement with mammal studies where CA and HT have been
proposed as potential hypoglycemic antidiabetic treatments [76,77]. Within this in vivo sce-
nario it is important to notice that CA and HT are antioxidants, with proven effects upon cell
viability (S2 Fig), which may have an implication in modulating fatty acid oxidation [78]. In
this sense, HT administration upregulated acslI mRNA levels in WAT while slightly decreased
its expression in liver, indicating a tissue-specific regulation as previously reported [79]. Even
though enhanced acslI expression is traditionally believed to be essential for the synthesis of
TAG, several studies in mammals revealed a possible function related to the B-oxidation of
fatty acids [80,81], in agreement with our results. Nevertheless, differences were not observed
concerning the mRNA levels of hoad and pparb suggesting that further studies are needed to
better understand the potential involvement of CA and HT in WAT B-oxidation.

Conclusions

The findings reported here provide novel insights into the anti-obesogenic role of CA and HT
antioxidants, highlighting their potential involvement in negatively modulating the PPARy
signaling pathway. Further studies using specific inhibitors of these nuclear receptors will help
to understand the mechanism of action of these anti-obesogenic compounds. The teleost fish
models used have been validated for studying the mode of action of these bioactive compounds
on WAT, reinforcing their suitability in pharmacological and biomedical research. This study
may also help the investigation of new additives to optimize adiposity in farmed animals.
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Supporting information

S1 Fig. ZOT as a tool for studying WAT dynamics in different body parts of zebrafish
larva. (A) External features of a representative 8 mm SL larva and images of head, viscera, and
tail regions under a fluorescence microscope after Nile red staining, using HQ-FITC-BP filter,
with adipocytes stained green. Lateral views, anterior part on the left and dorsal part at the top.
(B) Quantitative analysis of adipocyte tissue area in each body region, expressed as a percent-
age of total adiposity. SL distribution of the animals used was from 7 to 9 mm. Boxplot shows
median and percentile adiposity values, n = 11 independent experiments (10 animals per
group). Scale bar: 0.5 mm. Abbreviations: ai, anterior intestine; cfa, caudal fin adipocytes; e,
eye; pf, pectoral fin; pwat, perivisceral white adipose tissue; sb, swim bladder; swat, subcutane-
ous white adipose tissue.

(TIF)

S2 Fig. CA and HT increased cell viability but did not affect cell proliferation of rainbow
trout adipocytes in primary culture. (A) Quantification of cell viability using MTT assay. (B)
Cell proliferation determined by immunocytochemistry of PCNA. Cells were incubated with
vehicle plus CA (50 uM), HT (100 pM), or RGZ (1 uM), alone or in combination, or vehicle
CT alone, for 24 h (day 5 of culture). Data are shown as mean + SEM (n = 3-4 cell cultures).
*p <0.05, **p < 0.01 compared to CT, using one-way ANOVA test followed by Tukey’s post
hoc test.

(TIF)

S§1 Table. Nucleotide sequences of the primers used to evaluate mRNA abundance by
qRT-PCR in rainbow trout.
(DOC)
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S1 Fig. ZOT as a tool for studying WAT dynamics in different body parts of zebrafish larva. (A) External
features of a representative 8 mm SL larva and images of head, viscera, and tail regions under a fluorescence
microscope after Nile red staining, using HQ-FITC-BP filter, with adipocytes stained green. Lateral views, anterior
part on the left and dorsal part at the top. (B) Quantitative analysis of adipocyte tissue area in each body region,
expressed as a percentage of total adiposity. SL distribution of the animals used was from 7 to 9 mm. Boxplot
shows median and percentile adiposity values, n = 11 independent experiments (10 animals per group). Scale bar:
0.5 mm. Abbreviations: ai, anterior intestine; cfa, caudal fin adipocytes; e, eye; pf, pectoral fin; pwat, perivisceral

white adipose tissue; sb, swim bladder; swat, subcutaneous white adipose tissue.
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S2 Fig. CA and HT increased cell viability but did not affect cell proliferation of rainbow trout adipocytes
in primary culture. (A) Quantification of cell viability using MTT assay. (B) Cell proliferation determined by
immunocytochemistry of PCNA. Cells were incubated with vehicle plus CA (50 uM), HT (100 uM), or RGZ (1



uM), alone or in combination, or vehicle CT alone, for 24 h (day 5 of culture). Data are shown as mean + SEM (n

= 3—4 cell cultures). *p <0.05, **p <0.01 compared to CT, using one-way ANOV A test followed by Tukey’s post

hoc test.

Table S1. Nucleotide sequences of the primers used to evaluate mRNA abundance by qRT-PCR in

rainbow trout.

Gene Primer sequences (5°-3’) Tm°C ':Tz‘zl('gz;' Database Aﬁﬁ?:;‘i:_n

acsl1 ;:: ﬁ%g’:ﬁg%&gim%%&g%ig;gﬁA 60 137 Sigenae CR363150.p.om.8
o LALIGESNGCOCCOTONT o cwes e
cebpa | (GLOCOORTANACCARGASC, 57 79 Genbank DQ423469.1

efla E L%%E%nggggggg?gg 58 159 Genbank NM_001124339.1
fasn ;:: ?é??gggf;ggﬁ&%%ﬁ%ﬁc 54 186 Sigenae tcaa0001c.m.06_5.1.om.4
hoad ;:: gggi’g?ggggT%ﬁ%ﬁ%ﬁ% 59 145 Sigenae tcad0001a.i.15 3.1.om
lipe1 ;:: éﬁ?g;gégigg%’f&gg; ACC 58 175 Genbank NM_001197209.1
ol P E’Z’*TTCT E&%icc‘}%m%ﬁc 59 164 Genbank AJ224693
pnpla2 ;:: %%L%L%%?g%?gi%%}% 56 174 Genbank BX318925.2
pparb P %L%ﬁéggﬁgﬁgﬁfgfggﬁ 59 195 Genbank AY356399.1
pparg P ?ggﬁ?;:fg% Eggg;g%ﬁg 60 171 Genbank NM_001197212.1
ubiquitn £ ’;%’g%%fggé?:ééfgggm 58 133 Genbank NM_001124194.1

F: forward; R: reverse; Tm: melting temperature.
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Parental nutrition events may result in permanent changes in the growth potential, health and metabolic status
of the next generation. In the present study, we aimed to determine in rainbow trout (Oncorhynchus mykiss), the
effect of feeding broodstock with a diet deficient in methionine (one of the main methyl-group donor needed for
all biological methylation reactions including DNA and histones methylation) on the response of several
metabolism- and growth-related genes and proteins in offspring subjected to different dietary methionine levels
(deficiency or adequate). Adult males and females were fed for 6 months with either a methionine deficient diet

Ilf,fetywh?gg;e or a control diet. Males and females of the same feeding group were then crossed and the obtained fry were fed

Nutritional programing with either a methionine deficient or a control diet for 3 weeks from the first exogenous feeding. The obtained

Fish results indicated that, whatever the methionine content of the broodstock diet, a 3 weeks dietary methionine de-

Broodstock ficiency in fry strongly affected the levels of transcripts and/or proteins involved in fatty acid synthesis, cholester-

;[ry boli ol synthesis and the two main cell quality control mechanisms, namely the ubiquitin-proteasome system and
etabolism

autophagy. In addition, our data also demonstrated that the levels of some of these mRNA and/or proteins are
also affected by the dietary methionine deficiency in broodstock. Of interest, some genes (involved in gluconeo-
genesis and autophagy) were only affected by the parental and not by the fry diet. Together, these results clearly
show that the broodstock diet may influence the metabolism of the progeny in rainbow trout and highlight the
potential to apply new feeding strategies adapted to plant feedstuffs.

© 2017 Elsevier B.V. All rights reserved.

1. Introduction

Studies in mammals and other vertebrates have shown that dietary
influences exerted at critical developmental stages early in life (neona-
tal nutrition, post-natal (weaning) nutrition) may have long-term con-
sequences on physiological functions in later life (Burdge and Lillycrop,

Abbreviations: abcal, ATP-binding cassette transporter Al;; abcg5, ATP-binding cas-
sette sub-family G member 5; abcg8, ATP-binding cassette sub-family G member 8; acly,
ATP citrate lyase; atg4b, autophagy related 4B; atg12l, autophagy related 12-like;
atp6vla, ATPase, H+ transporting, lysosomal 70 kDa, V1 subunit A; cathD, cathepsin D;
cyp51, sterol 14a-demethylase; cyp7al, cholesterol 7-alpha-monooxygenase; dhcr7, 7-
dehydrocholesterol reductase; eeflal, eukaryotic translation elongation factor 1 alpha 1;
fas, fatty acid synthase; fbx32, F-box only protein 32; gapdh, Glyceraldehyde 3-
phosphate dehydrogenase; g6pc, glucose 6-phosphatase, catalytic; hmgcr, 3-hydroxy-3-
methylglutaryl-CoA reductase; hmgcs, 3-hydroxy-3-methylglutaryl-CoA synthase; Ic3/
map1lc3, microtubule-associated protein 1 light chain 3; Ixr, liver X receptor; murf,
Muscle Ring-Finger protein; pck2, phosphoenolpyruvate carboxykinase 2 (mitochondri-
al); sqstm1/p62, sequestosome 1; srebp1, sterol regulatory element-binding protein 1;
ugtla3, UDP glucuronosyltransferase family 1 member A3.

* Corresponding author.
E-mail address: iban.seiliez@inra.fr (1. Seiliez).

http://dx.doi.org/10.1016/j.aquaculture.2017.01.010
0044-8486/© 2017 Elsevier B.V. All rights reserved.

2010; Lucas, 1998; Patel et al., 2009). This phenomenon, known as nu-
tritional programming, is largely studied in mammalian models for
the understanding of diseases such as the metabolic syndrome or diabe-
tes (Burdge and Lillycrop, 2010). Different biological mechanisms have
been proposed to be involved in this nutritional programming, includ-
ing adaptive changes in gene expression (epigenetic phenomenon),
preferential clonal selection of adapted cells in programmed tissues
and/or programmed differential proliferation of tissue cell types
(Jaenisch and Bird, 2003; Lucas, 1998; Symonds et al, 2009;
Waterland and Jirtle, 2004).

In fish, the broad concept of nutritional programming is still little
studied but seems promising, as reflected by preliminary studies in rain-
bow trout fry (Geurden et al., 2007; Geurden et al., 2014). Geurden et al.
reported that an acute but short (few days) nutritional stimulus (i.e.
hyperglucidic diet) applied in early post-hatch life of trout induced a
persistent positive effect on the expression of molecular markers in-
volved in carbohydrate digestion (Geurden et al., 2007) and metabolic
glucose utilization (Geurden et al.,, 2014). Similarly, Vagner et al.
showed a persistent elevated expression of delta-6 desaturase gene in
European sea bass that have been fed during early larval period with a
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diet incorporating low levels of n-3 HUFA, compared to a control group
without any early nutritional conditioning (Vagner et al., 2007). More
recently, Fang et al. demonstrated the feasibility to permanently modify
carbohydrate digestion, transport and metabolism of adult zebrafish
through early nutritional programming (Fang et al., 2014). Also in
zebrafish, in ovo injections of glucose were found to exert long-term ef-
fects on molecular markers of glucose metabolism (Rocha et al.,, 2014).
Overall, these studies raise the interesting possibility of directing specif-
ic metabolic pathways or functions in juvenile fish, for example to im-
prove the use of substitutes to fish meal and oil, and hence to promote
sustainability in aquaculture.

However, studies carried out so far have mainly focused at the onset
of exogenous feeding of fish larvae, and it is clearly established that
prior to this period, during embryogenesis, an organism has the ability
to develop in various ways, depending on the particular environment
(Duque-Guimaraes and Ozanne, 2013). Any event that occurs during
this period can therefore permanently influence the metabolism and
physiology of the organism, and this process has been termed “fetal pro-
gramming” or more recently “developmental programming” (Reynolds
and Caton, 2012). In this regard, in fish, broodstock nutrition that has
been shown to influence the yolk-sac reserves (Fernandez-Palacios
et al.,, 2011; Izquierdo et al., 2000), as well as larval development and
survival (Fernandez-Palacios et al., 1995) could also affect profoundly
and for long-term the metabolism of progeny. However, except for
one recent study in a marine fish species (Izquierdo et al., 2015), the ef-
fect of broodstock nutrition on nutritional programming and offspring
metabolism during on-growing received very little attention.

Recently, Fontagné-Dicharry et al. demonstrated that lowering the
methionine (Met) levels in broodstock diets (for 6 months) below the
requirement value for rainbow trout (NRC, 2011) altered the levels of
Met and cysteine, as well as those of S-adenosyl-methionine (SAM)
and S-adenosylhomocysteine (SAH) in produced eggs (Fontagné-
Dicharry et al,, 2017). Furthermore, the size of these eggs as well as sur-
vival of the resulting swim-up fry was significantly reduced. Of interest,
that study also revealed that parental Met nutritional history affected
the growth response of the fry subjected for 21 days to different dietary
Met levels, as well as the expression of certain genes involved in Met
metabolism, the control of feed intake and of muscle growth in the off-
spring (Fontagné-Dicharry et al., 2017). However, little attention was
paid to the consequences of such nutritional treatments on the expres-
sion of intermediary metabolism-related factors. In this context, our ob-
jective was to continue the research carried out in this first study and
determine the possible effects of parental Met feeding on the offspring's
metabolic response, based upon our previously obtained results with
rainbow trout fed varying levels of Met (Belghit et al., 2014;
Skiba-Cassy et al., 2016). These studies have identified several genes
and proteins affected by the Met levels in the diet, being involved in
cholesterol, lipid or glucose metabolism (Skiba-Cassy et al., 2016) and
also in the two major cell quality control mechanisms, namely the
ubiquitin-proteasome system and autophagy (Belghit et al., 2014).
These factors have now been analyzed in the present study in fry from
Met deficient and Met-adequate (Control) broodstock groups, chal-
lenged to feed in turn a Met deficient or Met adequate fry diet with
the aim to test the possibility of nutritional programming in fish by
means of parental nutrition.

2. Materials andmethods
2.1. Ethics

The experiments were carried out in accordance with the EU legal
frameworks, specifically those relating to the protection of animals
used for scientific purposes (i.e., Directive 2010/63/EU), and under the
French legislation governing the ethical treatment of animals (Decret
no. 2001-464, May 29th, 2001). The investigators carrying out the ex-
periment had “level 1" or “level 2" certification, bestowed by the

Direction Départementale des Services Vétérinaires (French veterinary
services) to carry out animal experiments (INRA 2002-36, April 14th,
2002).

2.2. Experimental design

The experimental design has been detailed in Fontagné-Dicharry
etal. (2017). Briefly, rainbow trout female and male broodstock were
reared in our experimental fish farm facilities (INRA, Les-Athas,
France), in a flow-through rearing system supplied with natural
spring water (8 °C) under natural photoperiod (April to October).
Fish were randomly divided into three dietary groups (35 fish/
group) that were fed for 6 months before spawning one of the
three plant-based diet providing three dietary Met levels, set at 0.5,
1 or 2% of the diet in the deficient (BD), adequate (BA) and the excess
(BE) diets, respectively (Supplementary Tables 1 and 2). Broodstock
growth, relative fecundity, egg size and egg amino acid composition
were analyzed and reported in Fontagné-Dicharry et al. (2017).
Then, approximately 3000-5000 eggs collected for each female of
each nutritional group were fertilized with a pool of sperm (collect-
ed from 5 to 8 males fed the corresponding diet). Embryos were
reared at INRA experimental facilities at Lées-Athas in 8 °C stream
water until the swim-up fry stage at the age of 66 days
[8 °C x 66 days = 528 degree days (°D)]; hatching occurred at the
age of 44 days (352°D). Following this, the swim-up fry were trans-
ferred to the experimental facilities at INRA Donzacq, France, and
randomly distributed into 12 circular tanks (50 I; 400 fish/tank) sup-
plied with natural spring water (17 °C) under natural photoperiod.
The first-feeding fry were fed for 3 weeks a fry diet containing Met
in adequate (FA), deficient (FD) or Excess (FE) amounts (n = 3
tank/diet/broodstock group) (Supplementary Tables 1 and 2). At
the end of the 21-days feeding trial, survival and growth of fry was
significantly affected both by broodstock and fry Met levels as re-
ported in Fontagné-Dicharry et al. (2017) (Supplementary Table 3).
At this time point, n = 9 fish/tank were killed 8 and 16 h after the
last meal by terminal anesthetization by bathing in benzocaine
(30 mg/1 water) and were then snap-frozen in liquid nitrogen and
stored at — 80 °C before further mRNA and protein analyses. In the
present study, we aimed to precise the parental and dietary effects
of a Met deficiency and therefore focused on fry from BD and BA
fed broodstock and challenged to fed the FD and FA diets, namely
the BD-FD, BD-FA, BA-FD and BA-FA fry groups.

2.3. mRNA levels analysis: quantitative RT-PCR

The extraction of total RNA from whole fry was performed using
TRIzol reagent (Invitrogen, 15596018) according to the manufacturer's
recommendations. One microgram of the resulting total RNA was re-
verse transcribed into cDNA, using the SuperScript Il RNAseH-reverse
transcriptase kit (Invitrogen, 18080085) with random primers
(Promega, Charbonniéres, France) according to the manufacturer's in-
structions. The primer sequences used in the quantitative real-time
PCR, as well as the protocol conditions of the assays, have been previ-
ously published (Belghit et al., 2014; Marandel et al., 2015; Seiliez
et al.,, 2010; Seiliez et al., 2016; Skiba-Cassy et al., 2016). Primers for
genes related to cholesterol metabolism were newly designed using
Primer3 software as previously described (Seiliez et al.,, 2010), and are
listed in Table 1. Two set of primers were also designed to amplify to-
gether on one hand both glucose 6-phosphatase b1 (g6pcb1) ohnologous
pair and on the other hand both g6pcb2 ohnologous pair (Table 1). In-
deed these genes were previously described by Marandel et al. (2015)
and showed to display the same expression pattern two by two (inside
the same ohnologous pair). To confirm specificity of the newly devel-
oped RT-PCR assay, the amplicon was purified and sequenced
(Beckman-Coulter Genomics, Takeley, UK). For ohnologous pairs
(gbpcb1 and gbpcb2 pairs), single nucleotide polymorphisms known to
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Sequences of the primer pairs used for real-time quantitative RT-PCR.

Gene 5'/3' Forward primer 5'/3" Reverse primer

abcal CAGGAAAGACGAGCACCTT TCTGCCACCTCACACACACTTC
abcg5 CACCGACATGGAGACAGAAA GACAGATGGAAGGGGATGAA
abcg8 GATACCAGGGTTCCAGAGCA CCAGAAACAGAGGGACCAGA
acat1 GGCAAGCCTGATGTGGTAGT ACCGTGCCATTCTCCTTCTG
acat2 TGCTTGTTGTCCCTGGGTTT GTGTGGCTGTGACGTGTTTC
cyp51 CCCGTTGTCAGCTTTACCA GCATTGAGATCTTCGTTCTTGC
cyp7al ACGTCCGAGTGGCTAAAGAG GGTCAAAGTGGAGCATCTGG
dher7 GTAACCCACCAGACCCAAGA CCTCTCCTATGCAGCCAAC
hmgcer GAACGGTGAATGTGCTGTGT GACCATTTGGGAGCTTGTGT
hmgcs AGTGGCAAAGAGAGGGTGTG TTCTGGTTGGAGACGAGGAG
Ixrac TGCAGCAGCCGTATGTGGA GCGGCGGGAGCTTCTTGTC
srebp2 TAGGCCCCAAAGGGATAAG TCAGACACGACGAGCACAA
utgla3 CCACCAGCAAGACAGTCTCA CAACAGCACAGTGGCTGACT
g6pcb1-glob  AGGGACAGTTCGAAAATGGAG  CCAGAGAGGGAAGAAGATGAAGA
g6pch2-glob  CCTGCGGAACACCTTCTTTG TCAATTTGTGGCGCTGATGAG

exist between the two amplified genes were checked to confirm the
amplification of both genes by the same primer set. Quantitative RT-
PCR was carried out on the Roche LightCycler 480 System (Roche Diag-
nostics, Neuilly sur Seine, France). The assays were performed using a
reaction mix of 6 pl per sample, each of which contained 2 pl of diluted
cDNA template, 0.24 pl of each primer (10 uM), 3 pl Light Cycler 480 SY
Green Master mix (Roche Diagnostics, 4887352001) and 0.52 pl DNAse/
RNAse-free water (5 Prime GmbH, 2500020). The PCR protocol was
initiated at 95 °C for 10 min for initial denaturation of the cDNA and
hot-start Tag-polymerase activation, followed by 45 cycles of a 3-step
amplification program (15 s at 95 °C; 10 s at 60 to 64 °C and 15 s at
72 °C), according to the primer set used (Table 1). Melting curves
were systematically monitored (temperature gradient at 1.1 °C/10 s
from 65 to 94 °C) at the end of the last amplification cycle to confirm
the specificity of the amplification reaction. Each PCR assay included
replicate samples (duplicate of reverse transcription and PCR amplifica-
tion, respectively) and negative controls (reverse transcriptase- and
cDNA template-free samples, respectively). For the expression analysis
of mRNA, relative quantification of target gene expression was per-
formed using the delta CT method described by Pfaffl et al. (2002).
The relative gene expression of eukaryotic translation elongation factor
1 alpha 1 (eeflal) (or the geometric mean of eeflq, B-actin, gapdh, 18S
and R16) was used for the normalization of measured mRNA as they
were both stably expressed in our conditions (data not shown). In all
cases, PCR efficiency (E) was measured by the slope of a standard
curve using serial dilutions of cDNA. In all cases, PCR efficiency values
ranged between 1.8 and 2.2.

2.4. Protein extraction and western blotting

Protein homogenates from whole fry were prepared as previously
described (Seiliez et al., 2008). Protein concentrations were determined
with the Bradford reagent method (Bradford, 1976). Lysates (10 pg of
total protein) were subjected to SDS-PAGE and immunoblotted with
an antibody to the microtubule-associated protein 1 light chain 3
(LC3B) (Cell Signaling Technology, 2775), sequestosome 1 (SQSTM1/
p62) (Santa-Cruz Biotechnology, sc-10117), B-actin (Santa-Cruz Bio-
technology, sc-47778), poly-ubiquitinated proteins (clone FK1 from Up-
state/Chemicon Direct, France). These primary antibodies have been
shown to cross-react successfully with rainbow trout proteins of inter-
est (Seiliez et al., 2013; Seiliez et al., 2008; Seiliez et al., 2012). After
washing, membranes were incubated with an IRDye infrared secondary
antibody (LI-COR Inc., 956-32221). Bands were visualized by Infrared
Fluorescence using the Odyssey® Imaging System and quantified by
Odyssey infrared imaging system software (Application software, ver-
sion 1.2).

2.5. Statistical analysis

Results are expressed as means + SD (N = 6). Statistical analyses
were performed using two-way ANOVA using R software. For all statis-
tical analyses, the level of significance was set at P ~ 0.05.

3. Results

3.1. Effect of Met deficiency in broodstock and/or fry diets on mRNA levels of
lipid metabolism-related genes

As illustrated in Fig. 1, analysis of the expression of genes related to
lipogenesis indicated that dietary Met deficiency in fry significantly
increased the gene expression of fatty acid synthase (fas) and of the
transcription factor sterol regulatory element-binding protein 1 (srebp1)
(BD-FD and BA-FD versus BD-FA and BA-FA). No significant effect of
the dietary Met content of the broodstock was observed on the expres-
sion of these two genes. In contrast, expression of the ATP citrate lyase
(acly) was not affected by the level of Met present in the diet of the
fry or the broodstock. We then analyzed the expression of genes related
to cholesterol metabolism and found that expression of genes involved
in cholesterol synthesis, namely hmgcs, hmgcr, cyp51 and dhcr7,
remained unaffected by the Met content of the broodstock and fry
diets (Supplementary Fig. 1). In contrast, expression of the gene coding
for the ATP-binding cassette transporter A1 (abcal), that mediates the
transport of cholesterol and phospholipids from hepatocytes to the apo-
lipoprotein apoA-I in order to generate nascent HDL, significantly in-
creased when fry were fed the Met deficient diet. Dietary fry Met
deficiency also increased the expression of abcg8, another member of
the ATP-binding cassette transporter family, promoting sterol secretion
from hepatocytes into bile. We then assessed the expression of genes
encoding the cholesterol 7-alpha-monooxygenase also known as cyto-
chrome P450 7A1 (cyp7al), the rate limiting enzyme of bile acid synthe-
sis, and ugtla3, a member of the UDP glucuronosyltransferase (UGT)
enzymes family converting hydrophobic bile acids into polar and uri-
nary excretable metabolites. We also found that Met deficiency applied
in fry enhanced the expression of cyp7al and ugtla3. Expression of the
transcription factor liver X receptor (Ixr) was found to be upregulated
when fry were fed a Met deficient diet. The analysis of the effect of die-
tary broodstock Met deficiency revealed that ugtia3 and abcg8 were the
only two genes affected by the Met content of the broodstock diet with a
significant positive effect of Met deficiency.

3.2. Effect of Met deficiency in broodstock and/or fry diets on mRNA levels of
gluconeogenic genes

We then monitored the expression of several gluconeogenic genes
(gbpca, gbpcb1, gbpceb2, pck2) in our samples. As shown in Fig. 2, no sig-
nificant differences were recorded between fish groups for any of the 3
former analyzed genes. In contrast, the levels of pck2 transcript exhibit-
ed a strong increase in fry from BD fed broodstock (BD-FD and BD-FA)
compared to fry from BA fed broodstock (BA-FD and BA-FA).

3.3. Effect of Met deficiency in broodstock and/or fry diets on autophagy

To assess whether methionine deficiency in broodstock and/or fry
diets impacts on autophagy in fry, we evaluated the protein levels of
LC3-II and SQSTM1/p62, both established markers of autophagy func-
tion. We found significantly increased levels of LC3-1I and SQSTM1/
p62 in fry fed the FD diet (BD-FD and BA-FD) compared to those fed
the FA diet (BD-FA and BA-FA) (Fig. 3A). However, no effect of Met de-
ficiency in broodstock diet was evidenced on the levels of these proteins
in fry.

We also monitored the expression of several autophagy- (sqstm1/
p62, atg12l, atg4b, Ic3b) and lysosome- (cathD, atp6via) related genes
in our samples. As shown in Fig. 3B, except for Ic3b and cathD, the
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Fig. 1. Effect of a 3 weeks dietary Met deficiency in rainbow trout fry from BD and BA broodstock groups on mRNA levels of lipid and cholesterol metabolism. Analysis by qRT-PCR of mRNA
levels of genes involved in (A) fatty acid synthesis (fasn, srebp1, acly) and (B) cholesterol synthesis (abcal, abcg5, abcg8, ugt1a3, cyp7al, Ixr). Expression values are normalized with the
geometric mean of EFla, B-actin, gapdh, 18S and R16. Results are means + SEM (n = 6) and were analyzed using two-way ANOVA. Differences were considered significant at
p < 0.05. Different (lowercase or uppercase) letters in the graphs indicate difference between groups.

mRNA levels of all other genes displayed a significant increase in fry fed
the Met deficient diet (BD-FD and BA-FD) compared to those fed the ad-
equate diet (BD-FA and BA-FA). Interestingly, for Ic3b and cathD (and
also atg4b), a “broodstock effect” was evidenced, making possible the
existence of a parental nutritional ‘imprinting’ event on these genes.

3.4. Effect of Met deficiency in broodstock and/or fry diets on the ubiquitin-
proteasome system

We then examined the mRNA levels of muscle-specific E3 ubiquitin
ligases coding genes (fbx32, murfl, murf2 and murf3) thought to target
specific proteins for degradation by the Ubiquitin-proteasome system.
As shown in Fig. 4A, the mRNA levels of fbx32 and murfl remained the
same between the four experimental groups. In contrast, the levels of
murf2 and murf3 transcripts were higher in fry fed the Met deficient
diet (BD-FD and BA-FD) compared to those fed the adequate diet (BD-
FA and BA-FA), irrespective of the dietary treatment of broodstocks. In
order to assess more directly the function of the ubiquitin-proteasome
system, we next analyzed by western blotting the accumulation of
ubiquitin-protein conjugates. As shown in Fig. 4B, Met-deficiency in

both the fry diet (Diet effect, p = 0.01) and broodstock diet (Broodstock
effect, p = 0.04) enhanced the levels of poly-ubiquitinated proteins.

4. Discussion

Most organisms are constantly faced with environmental changes
and stressors. In diverse organisms, there is an anticipatory mechanism
during development that can program adult phenotypes. The adult phe-
notype would be adapted to the predicted environment that occurred
during organism maturation. Such an anticipatory mechanism, termed
developmental programming, plays likely an important role in fish spe-
cies which are directly exposed to frequent environmental perturba-
tions such as lowered pH, lowered oxygen levels or rising
temperature, as early as the onset of their development. Beside these
abiotic factors, parental nutrition which, in oviparous species, can di-
rectly affect the composition of produced eggs, may also play an impor-
tant role in the development of progeny and later on in adult
metabolism. In this regard, we recently demonstrated in rainbow
trout that lowering the Met levels in broodstock diets below to the re-
quirement value significantly reduced the size of the produced eggs as
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Fig. 2. Effect of a 3 weeks dietary Met deficiency in rainbow trout fry from BD and BA broodstock groups on mRNA levels of gluconeogenic genes. Analysis by qRT-PCR of mRNA levels of
gluconeogenic genes (g6pca, G6pcb1, G6pcb2, pck2). Expression values are normalized with EF1o-expressed transcripts. Results are means + SEM (n = 6) and were analyzed using two-
way ANOVA. Differences were considered significant at p < 0.05. Different uppercase letters in the graphs indicate difference between groups.

well as survival of the resulting swim-up fry (Fontagné-Dicharry et al.,
2017). The data presented in that study also revealed that parental
Met nutritional history affects the growth response of fry to changes
in dietary Met levels, as well as the expression of certain genes involved
in the regulation of Met metabolism, food intake and muscle growth in
offspring (Fontagné-Dicharry et al,, 2017). However, little attention was
paid to the consequences of such nutritional treatments on the expres-
sion of intermediary metabolism-related factors. In this context, the aim
of the present study was to precise the metabolic response of fry, from
Met deficient and Control broodstock groups, challenged to feed differ-
ent dietary Met levels (deficiency or adequate), and test the possibility
of nutritional programming in fish by the mean of parental nutrition.
Here we show that dietary Met deficiency in male and female
broodstock trout during 6 months until the reproduction has very little
effect on the expression of genes related to lipogenesis and cholesterol
metabolism in the progeny. Among the studied genes, only two
(ugtla3 and abcg8) were affected by the Met content in the broodstock
diet with a significant positive effect of Met deficiency. In contrast, Met
deficiency applied to the progeny strongly affects the expression of
genes involved in lipogenesis and cholesterol metabolism. Met restric-
tion in rat induces a coordinated response between liver and adipose
tissue (Perrone et al., 2012). Whereas Met restriction in rat reduces
the capacity of the liver to synthesize and export lipids, it enhances
the expression of lipogenic and oxidative genes in adipose tissue there-
by increasing the capacity of the rat to synthesize and oxidize fatty acids.
In the present study, trout fry fed the Met deficient diet for 3 weeks from
first feeding displayed enhanced expression of fas and srebp1 which

probably contributes to enhance lipogenesis. The gene Ixr which expres-
sion was also increased in trout fry fed the Met deficient diet, might play
a key role in the positive regulation of lipogenic gene as it has been
found to regulate lipogenesis by directly increasing srebp1 gene tran-
scription in mice (Schultz et al., 2000). A similar positive effect of Met
on lipogenesis has also been demonstrated in Atlantic salmon. In this
species, sub-optimal Met level resulted in increased liver weight due
to the enhanced hepatic fas activity and triacylglycerol accumulation
(Espe et al,, 2010). However, this positive transcriptional regulation of
lipogenesis has not always been observed in rainbow trout. In a previ-
ous experiment, we demonstrated that 30% Met deficiency did not
alter lipogenic gene expression in liver of juvenile rainbow trout (40 g
body weight) (Skiba-Cassy et al., 2016). Similarly, the expression of fas
and srebp1 in the liver of male and female broodstock of the present ex-
periment was not affected by feeding the Met deficient diet during
6 months preceding the reproduction (data not shown). In rats, Hasek
and coworkers indicated that Met restriction reduced hepatic and mus-
cle triglycerides when initiated after weaning but not when initiated
later at 6 months of age (Hasek et al., 2013). Altogether these data sug-
gest that the age or stage of development when dietary Met deficiency is
applied may affect the lipogenic response and that very early stages
might be more sensitive to dietary Met deficiency.

The early dietary Met deficiency also modified the expression of
genes involved in cholesterol metabolism in trout fry. After 3 weeks of
deficiency, fry exhibited enhanced expression of genes related to bile
acid synthesis (cyp7al and ugt1A3), cholesterol export into the bile
(abcg8) and cholesterol transport to nascent HDL (abcgl). The
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Fig. 3. Effect of a 3 weeks dietary Met deficiency in rainbow trout fry from BD and BA broodstock groups on autophagy. A, Western blot analysis of the two established markers of
autophagy function (LC3-II and SQSTM1). Western blots were performed on six individual samples per treatment and a representative blot is shown. Graphs represent the ratio
between targeted protein and actin used as loading control. Results are means 4+ SEM (n = 6) and were analyzed using two-way ANOVA. Differences were considered significant at
p < 0.05. B, mRNA levels of autophagy- (sqstm1/p62; atg12l; atg4b; Ic3b) and lysosome- (cathD; atp6via) related genes (qRT-PCR analysis). Expression values are normalized with
EFla-expressed transcripts. Results are means + SEM (n = 6) and were analyzed using two-way ANOVA. Differences were considered significant at p < 0.05. Different (lowercase or

uppercase) letters in the graphs indicate difference between groups.

expression of Ixr was also up-regulated in rainbow trout fry fed the Met
deficient diet. LXR has been identified as a major regulator of cholesterol
metabolism targeting the genes previously cited. Actually, a functional
binding site of the oxysterol receptor LXR has been found in the promot-
er region of the cyp7A1 gene (Lehmann et al., 1997) which encodes the
rate-limiting enzyme converting cholesterol into bile acids as well as in
the promoter region of ugt1A3 which contributes to the detoxification
through bile acid glucuronidation (Verreault et al., 2006). The cholester-
ol transporters of the ATP binding cassette family abcal and abcg5/g8 in-
volved in ApoA1-mediated cholesterol efflux to nascent HDL and sterol
excretion into the bile respectively have also been reported as LXR tar-
gets (van der Veen et al., 2009; Venkateswaran et al., 2000). Altogether
these data support the hypothesis that early dietary Met deficiency pro-
motes hepatic cholesterol elimination and efflux in rainbow trout fry
through the activation of the transcription factor LXR. In rats, dietary

Met has been shown to induce hypercholesterolaemia by at least en-
hancing hepatic cholesterol synthesis (Hirche et al., 2006). In the pres-
ent study, no change in the expression of genes involved in
cholesterol synthesis has been observed in trout fry fed Met deficient
diet compared to adequate diet. Further investigations are needed to
demonstrate if this divergence may be linked to the nutritional carnivo-
rous status of salmonids.

We then analyzed a metabolic pathway essential for the glucose pro-
duction in carnivorous fish, i.e. gluconeogenesis (for review see (Polakof
et al,, 2012)). Previous findings in mammals demonstrated that mater-
nal protein restriction could lead to a dysregulation of the carbohydrates
metabolism (Fernandez-Twinn and Ozanne, 2010; Jia et al., 2012),
through increased expression of two hepatic gluconeogenic genes
(g6pc and pck) in offspring (Vo et al., 2013). The two related enzymes
pck and g6pc catalyze the first and last steps of the gluconeogenesis
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respectively and have been found to be regulated at a molecular level:
pck2 encodes for the mitochondrial pck, which is the major isoform in
rainbow trout (Panserat et al., 2001), and duplicated g6pc genes
(g6bpca, gbpcb1 and gbpcb2) encode for G6pc enzymes (Marandel
et al., 2015; Marandel et al., 2016). In the present study, we observed
a strong effect of the parental feeding on pck2 transcripts, suggesting
the possibility in rainbow trout of a developmental programming of glu-
cose metabolism by means of parental nutrition.

We also looked at the effect of dietary Met deficiency in broodstock
and/or fry diets on key components of the two main cell quality control
mechanisms, namely autophagy and ubiquitin-proteasome system. Au-
tophagy functions as an important catabolic mechanism by mediating
the turnover of intracellular organelles and protein complexes through
a lysosome dependent degradative pathway (Chen and Klionsky, 2011;
Cuervo, 2004). One of the most widely monitored autophagy-related

protein is LC3. This ubiquitin-like molecule is present as a nonlipidated
form (LC3-I) that is conjugated covalently to phosphatidylethanolamine
on the phagophore membrane to form LC3-I, which is a good indicator
of autophagosome formation (Klionsky et al., 2016). In the present
study, the levels of LC3-1I were significantly increased by Met deficiency
in the fry diet whatever the parental Met nutritional history, indicating
that the autophagosome formation is affected by the profile of amino
acids in the diet. These results agree with our previous findings in
trout juveniles showing such an effect of dietary Met deficiency on the
levels of LC3-II (Belghit et al., 2014). However, they do not allow to con-
clude on the nature (activating or inhibiting) of the effect of dietary Met
deficiency on autophagy. Indeed, while the measure of LC3-II by immu-
noblot is a reliable indicator of autophagic activity, this method needs to
be complemented by assays to estimate overall autophagic flux or rate
of flow, since LC3-II is both induced and degraded during autophagy
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(Klionsky et al., 2016). Recently, we demonstrated the feasibility of
monitoring autophagic flux in vivo in rainbow trout by intraperitoneal
injection of colchicine, a pharmacological agent that block fusion of
autophagosome with lysosomes and lead to LC3-II accumulation,
which can be quantitatively measured (Seiliez et al., 2016). However,
fish studied in the present work were too small (mean weight of 0.1-
0.3 g) for such an assay. In addition to LC3-II, SQSTM1/p62 can also be
used as an autophagy marker. The SQSTM1/p62 protein serves as a
link between LC3 and ubiquitinated substrates (Johansen and Lamark,
2011). SQSTM1/p62 and SQSTM1/p62-bound polyubiquitinated pro-
teins become incorporated into the completed autophagosome and
are degraded in autolysosomes, thus serving as a readout of autophagic
degradation (Klionsky et al., 2016). Here, the levels of SQSTM1/p62
were significantly increased by Met deficiency in the fry diet but no ef-
fect of parental Met nutritional history was recorded. It is tempting to
conclude that this increase of the levels SQSTM1/p62 in fry fed the
Met deficient diet reflects an inhibition of autophagy fuction. However,
although analysis of SQSTM1/p62 can assist (at least in certain condi-
tions and/or models) in assessing the autophagy flux, it may have addi-
tional functions that need to be considered and particular caution must
be taken in interpreting results obtained with this protein (Klionsky
et al., 2016). Overall, although doubts remain as to the nature (activat-
ing or inhibiting) of the observed effects, our data clearly show that
both established markers (LC3-II and SQSTM1/p62) of autophagy func-
tion are affected by a Met deficiency in fry diet but not by the parental
Met nutritional history.

The induction of autophagy in certain scenarios is also accompanied
by an increase in the mRNA levels of certain autophagy genes, such as
atg7 (Bernard and Klionsky, 2015; Bernard et al., 2015), Ic3 (Kirisako
et al,, 1999), atg9 (Jin and Klionsky, 2014), atg12 (Kouroku et al.,
2007), atg14 (Xiong et al., 2012) or sqstm1/p62 (Sahani et al., 2014).
Such induction of the expression of autophagy genes has been thought
to allow the replenishment of critical proteins that are destroyed during
autophagosome fusion with the lysosome (Sandri, 2010). In the present
study, the mRNA levels of several autophagy- and lysosome-related
genes was affected not only by Met deficiency in fry diets but also by
the parental Met nutritional history. Although, the former dietary effect
was already observed previously in trout juveniles (Belghit et al., 2014),
to our knowledge, no findings have been published to date on the effect
of parental nutrition on the expression of autophagy- and lysosome-
related genes in offspring. Interestingly, recent studies have unveiled a
epigenetic network that regulates the expression of several
autophagy-related genes (Feng et al., 2015; Fullgrabe et al., 2014;
Lapierre et al., 2015; Shin et al., 2016). Thus, in the near future, it
would be interesting to establish whether or not this observed parental
effect on the expression of autophagy- and lysosome-related genes in
offspring is accompanied by epigenetic phenomenon, such as DNA
and/or histone methylation.

The ubiquitin-proteasomal pathway is another important cell quali-
ty control mechanism which has long been considered to be the primary
system involved in muscle protein degradation (Attaix et al., 1998;
Kumamoto et al., 2000; Lecker et al., 1999; Lecker et al., 2004). Protein
breakdown by this pathway relies on selective attachment of ubiquitin
molecules to the protein substrate by E3 ubiquitin protein ligases. Fol-
lowing poly-ubiquitination, the targeted proteins are then recognized
and degraded by the 26S proteasome. Among genes encoding the E3
ubiquitin ligases, F-box protein 32 (fbx32) and Muscle Ring Finger1
(murf1), have been studied in depth and shown to play a key role in
the control of skeletal muscle mass (Glass, 2010). These genes are
both muscle-specific and up-regulated during muscle atrophy
(Bonaldo and Sandri, 2013; Schiaffino et al., 2013). In the present
study, mRNA levels of two MuRF paralogs (murf2 and murf3) were sig-
nificantly higher in fry fed the Met deficient diet compared to those fed
the adequate diet, irrespective of the dietary treatment of broodstocks.
These findings are in agreement with our previous results in trout juve-
niles showing that dietary Met availability controls the expression of

these two paralogs (Belghit et al., 2014). Surprisingly, although we
failed to detect any effects of broodstock Met nutritional history on
the expression of any of the monitored E3 ligases in fry, the levels of
poly-ubiquitinated proteins was altered by the parental dietary Met
level (p = 0.04). One explanation of this discrepancy is that the levels
of poly-ubiquitinated proteins are not solely due to the four E3 ligases
studied in the present study but to an extremely complex machinery in-
cluding hundreds of proteins (e.g., the number of E3 ligases encoded by
the mammalian genome is estimated to 600 (Li et al., 2008)). Further-
more, the existence of the newly evidenced crosstalk between the
ubiquitin-proteasomal system and autophagy (Wang et al., 2013) indi-
cate that the levels of poly-ubiquitinated proteins not only result from
the activity of the former degradative pathway but from the cooperation
of both systems. Collectively, these data show that the broodstock die-
tary history not only affects the expression of certain genes of autopha-
gy but has also a broader effect on the overall cell quality control
machinery, as evidenced by the levels of poly-ubiquitinated proteins.

In conclusion, in the present study we show that feeding rainbow
trout broodstock for 6 months a diet deficient in Met affected the activa-
tion and/or expression of several key metabolic factors in offspring,
confirming the possibility of nutritional programming in fish by
means of parental nutrition. These results support the decreased growth
of offspring from broodstock fed the Met-deficient diet reported in
Fontagné-Dicharry et al. (2017) and provide evidence that changes in
broodstock Met supply impact on a large variety of metabolism- and
growth-related traits in the offspring. Met emerged as a key factor in
modulating the cellular availability of the main biological methyl
donor SAM needed for all biological methylation reactions (including
DNA and histones methylation), and represents a potential critical fac-
tor in nutritional programming. In this regard, the reported changes in
the levels of SAM and SAH in produced eggs of Met-deficient fed
broodstock (Fontagné-Dicharry et al., 2017) could be critical in the ob-
served parental dietary effects on offspring metabolism. In the future,
it would be interesting to study whether these effects are accompanied
by epigenetic phenomenon, such as DNA and/or histone methylation at
the promotor of the concerned genes. Another important issue will be to
determine the persistence of the observed “broodstock effects” on off-
spring metabolism.

Supplementary data to this article can be found online at http://dx.
doi.org/10.1016/j.aquaculture.2017.01.010.
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Suppl Fig 1. Effect of a 3 weeks dietary Met deficiency in rainbow trout fry from BD and BA broodstock groups
on mRNA levels of genes involved in cholesterol synthesis. Analysis by qQRT-PCR of mRNA levels of 3-hydroxy-
3-methylglutaryl-CoA synthase (hmgcs), 3-hydroxy-3-methylglutaryl-CoA reductase (hmgcr), sterol 14a-
demethylase (cyp51) and 7-dehydrocholesterol reductase (dhcr7). Expression values are normalized with the
geometric mean of eefla, B-actin, gapdh, 18S and R16. Results are means + SEM (n=6) and were analyzed using

two-way ANOVA. Differences were considered significant at P<(.05.
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ABSTRACT

The present study evaluates the transcriptional regulation of lipid metabolism, adiponectin
system and oxidative stress genes in two rainbow trout lines selected for low (lean-line, LL)
and high (fat-line, FL) muscle adiposity, subjected to different feeding and fasting regimes.
Under feeding conditions, FL fish presented higher muscle lipid content, plasma triglycerides
and non-esterified fatty acids than the LL fish, and displayed a different trend in response to
fasting. Concerning gene expression analyses, FL fish showed higher fatty acid synthase
mRNA levels compared to LL fish in both adipose tissue (AT) and white muscle (WM), and
higher lipoprotein lipase mRNA levels only in WM, altogether suggesting an increased
lipogenic capacity and fatty acid uptake in the fatty genotype. During fasting, fatty acid synthase
mRNA levels presented different expression patterns between lines in both tissues, in
agreement with plasma results. Minor differences were observed between genotypes in
adiponectin system genes expression, being adiponectin receptor 2 mRNA levels in WM and
adiponectin mRNA levels in AT, higher in FL than LL fish after 1 and 4 weeks of fasting
respectively. Furthemore, oxidative stress genes mRNA levels in both fish lines showed a
different pattern between AT and WM upon fasting, probably indicating a higher protective
effect in WM. Overall, the present study reveals a distinct metabolic regulation for each

genotype, highlighting their different strategies in response to food deprivation.

1. INTRODUCTION

Energy homeostasis is a critical mechanism by which animals regulate food intake and energy
expenditure. When this equilibrium is disrupted such as during fasting or overfeeding,
physiological and behavioral compensatory changes take place to restore and maintain energy
balance [1,2]. As a major source of energy storage, adipose tissue (AT) is considered to play an
important role in the regulation of whole-body energy homeostasis [3]. In addition, AT is an
important endocrine tissue secreting hormones such as leptin and adiponectin [4,5]. In
mammals, the contribution of these adipokines in regulating energy balance during food
restriction is well documented [6,7]. Adiponectin is involved in the modulation of glucose and
lipid metabolism [8], and decreased circulating levels are associated with obesity while
increased levels are found in fasting patients [9,10]. Furthermore, its anti-inflammatory role has
been shown to display protective actions on the development of several metabolic disorders

[10,11].
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In their natural environment, fish can experience prolonged periods of fasting, either as a result
of spawning migration or seasonally limited food availability [12,13]. To survive these periods,
fish can metabolize large proportion of their energy reserves without physiological harm
[14,15], highlighting their particular suitability as subjects for studies on the effects of long-
term fasting. Moreover, for aquaculture production purposes, dietary manipulation in feeding
programs has been explored, such as subjecting the animals to periods of fasting, in order to
induce compensatory growth during subsequent feeding periods [16]. The molecular
mechanisms regulating growth and metabolism have been studied in fish [15,17-19], but there
are still many caveats concerning their response to fasting, especially in terms of regulatory

functions of relatively recently discovered adipokine hormones such as adiponectin and leptin.

In salmonids, the main energy sources mobilized during fasting are lipids stored in visceral AT,
liver and muscle, whereas tissue protein is only mobilized, chiefly from muscle, during long-
term starvation periods [20,21]. Salmonids are regarded as “fatty” fish as they store significant
amounts of lipids in muscle. Although the muscular fat content can vary greatly depending on
intrinsic factors, such as genotype and sexual maturation, as well as extrinsic factors such as
environmental or rearing conditions [22], in aquaculture, fat content of rainbow trout

(Oncorhynchus mykiss) fillet is typically 12-18% [23].

The mobilization of body reserves upon food deprivation in fish is tightly linked to a reduction
in metabolic rate as an energy-storing mechanism. However, such metabolic changes can be
associated with higher oxidative stress [24], as mitochondria involved in the metabolic
responses to fasting also produce damaging reactive oxygen species (ROS). As studies
regarding the influence of fasting on antioxidant defenses in liver and flesh lipid oxidation at
the molecular level are still scarce [25,26], elucidation of the effects of fasting on rainbow trout
lipid metabolism, the adiponectin system regulation and oxidative stress status is of particular

interest.

Although controversial, the “thrifty genes” hypothesis postulates that some individuals favor
increased fat deposition capacity, in order to explain differential metabolic responses to diverse
environmental stressors, such as food deprivation [27,28]. Irrespective of the merit of this
hypothesis, there is clearly large individual variability in metabolic strategies depending on
several factors such as age, sex, body size or genetic background. These specific contributions

to metabolic phenotypes and diseases have been investigated in mammals [29-31], but rarely
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in fish [32], even though there is an increased interest within the aquaculture industry to select

for specific physiological traits to obtain optimal fish phenotypes.

An important quality trait in farmed salmonids is muscle adiposity, as this may affect
organoleptic characteristics as well as yield of the fillets [33]. Breeding selection of rainbow
trout for high or low muscle adiposity has shown this parameter to be a highly heritable trait
[34]. Through subsequent generations, two rainbow trout lines selected for low (lean line, LL)
and high (fat line, FL) muscle adiposity have also diverged in several aspects of glucose and
lipid metabolism [35-37]. Thus, the FL fish have higher capability than the LL fish to utilize
and store glucose and maintain its homeostasis [35,38]. Further, enhanced lipogenic potential
is suggested to be a key mechanism responsible for high muscle adiposity in FL fish [39]. The
experiment on which the current study is based was carried out in 2014 on the seventh
generation of the breeding selected FL and LL rainbow trout, and both systemic and central
effects of leptin endocrinology in relation to energy stores and lipid mobilization have been
analyzed [19,40]. However, the role of adipose tissue in the regulation of lipid homeostasis in

these lines has not been studied in detail.

The aim of the current study was to elucidate relationships between lipid metabolism, oxidative
stress and the adiponectin system by comparing important lipid parameters and expression of
key genes in LL and FL rainbow trout during feeding and fasting. As previous studies have
reported line-dependent differences in the regulation of metabolic processes such as glucose
utilization or some lipid metabolism markers under normal feeding conditions, the hypothesis
is that these lines may also follow different strategies to cope with fasting, especially in white

muscle (WM) and AT.

2. MATERIALS AND METHODS
2.1 Experimental fish and culture conditions

Adult rainbow trout, approximately 250 g in weight, were maintained at the Institut National
de la Recherche Agronomique (INRA) experimental facilities in the Pisciculture Expérimentale
des Monts d'Arrée (PEIMA) (Drennec, Sizun, France). These were kept in 1.8 m® circular
outdoor tanks with water flow of 3 m* h™! and oxygen levels >6.0 mg L™!, under ambient light
and temperature conditions (from 10.6 to 13.5°C), and fed five times per day with a commercial

diet (Le Gouessant, France). Daily ration was calculated every week based on fish size and
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water temperature (from 1.16 to 1.25% body weight day ). All animal handling procedures
complied with the Guidelines of the European Union Council Directive of 24 November 1986
(86/609/EEC), under the official license of L. Laurent (29-036). The PEIMA facility is

approved for animal experimentation through license C29-277-02.

2.2 Experimental trial and sampling

The present study was performed using two lines of rainbow trout obtained after seven
generations of divergent selection for high or low muscle fat content, designated as fat-line (FL)
and lean-line (LL), respectively [34]. After three-week acclimation period, a feeding/fasting
experimental protocol was conducted (detailed in Johansson et al. 2016). Briefly, over an
experimental period of four weeks (W), FL and LL fish were subjected to four feeding regimes.
One feeding regime included no fasting (OW groups), with the fish fed normally throughout. A
second feeding regime included feeding for three weeks followed by one week of fasting (1W
groups). A third feeding regime included two weeks of feeding followed by two weeks of
fasting (2W groups), and a fourth feeding regime consisted of fasting throughout (4W groups).
At sampling, ten fish per tank (two tanks per group), thus 20 LL fish and 20 FL fish per feeding
regime, were anesthetized with a lethal dose (160 mg 1!) of isoeugenol (ScanAqua, Norway)

and sampled.

Body weight was measured and blood taken from the caudal vessels. Blood was immediately
placed on ice and centrifuged at 800 x g for 5 min at 6 °C and the plasma obtained was frozen
at -20 °C. The whole liver and viscera (including intestinal tract and visceral AT) were taken
and weighed in order to calculate the corresponding liver and visceral somatic indexes (LSI and
VSI, respectively). WM and perivisceral AT samples were taken and snap-frozen in liquid

nitrogen. All samples were subsequently transported and stored at —80°C pending analysis.

2.3 Plasma levels of non-esterified fatty acids and total triglycerides

Plasma was analyzed for non-esterified fatty acids (NEFAs, Wako Chemicals GmbH, Neuss,
Germany) and total triglycerides (TG) (Sigma-Aldrich, Tres Cantos, Spain), using commercial

enzyme kits.
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2.4 Muscle lipid content

Lipids were extracted from white muscle samples as described by [41]. Briefly, 70 to 120 mg
of tissue were homogenized in a glass tube in 6 ml chloroform:methanol (1:2) for 20 s. Then,
chloroform was added to bring the solution to 1:1, homogenized for 15 s and centrifuged at
2095 x g for 10 min. This step was repeated and the supernatants were transferred to a clean
glass tube, mixed with 4.1 ml 0.88% KCIl solution and stored at 4°C overnight. Next day, the
chloroform-lipid phase was removed with a 10 ml Hamilton syringe, placed in a clean pre-
weighed 10 ml glass tube and evaporated for 3 h. The tube was re-weighed and lipid content

calculated as percentage of the muscle wet weight.

2.5 Lipid peroxidation in muscle

Lipid peroxidation in WM was determined as the end product malondialdehyde (MDA) by
thiobarbituric reactive substances (TBARS) assay [42]. Shortly, 100 mg of muscle were
homogenized with Precellys Evolution 24 homogenizer coupled to a Cryolis cooler (Bertin
Technologies, Hospitalet de Llobregat, Spain) in RIPA buffer (Tris 50 mM pH 7.4, 1% Triton
X-100, 0.5% sodium deoxycholate, 0.1% SDS, NaCl 150 mM, EDTA 2 mM and NaF 50 mM)
as previously described [43]. Homogenates were centrifuged twice at 1000 x g for 15 min and
once at 16000 x g for 30 min and the pellets were discarded. Then, TBA-MDA reactions were
performed by incubating the supernatants at 95°C for 10 min, and measured fluorometrically at
an excitation wavelength of 515nm detecting an emission wavelength of 548 nm. The

calibration curve was determined using MDA tetrabutylamonium salt.

2.6 RNA extraction and cDNA synthesis

WM and AT samples (100 mg) were homogenized with Precellys Evolution 24 homogenizer
coupled to a Cryolis cooler and total RNAs were extracted using TriReagent (Ambion,
Alcobendas, Spain), according to the manufacturer's recommendations. Concentration and
RNA purity were determined using a ND-2000 NanoDrop spectrophotometer (Thermo Fisher
Scientific, Alcobendas, Spain) and 1000 ng of total RNA were treated with DNase I (Life
Technologies, Alcobendas, Spain), following the manufacturer’s protocol, to remove all

genomic DNA. Afterwards, the RNA was reverse transcribed with the Transcriptor First Strand
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cDNA synthesis Kit (Roche, Sant Cugat del Valles, Spain) and the cDNA obtained was stored
at -20 °C for quantitative PCR (qPCR) analyses.

2.7 Real-time quantitative PCR

The mRNA transcript levels of fatty acid synthase, fasn; lipoprotein lipase, Ip/; hormone-
sensitive lipase, lipel; glyceraldehyde 3-phosphate dehydrogenase, gapdh; liver x receptor, Ixr;
malic enzyme 1, mel; peroxisome proliferator-activated receptor alpha, ppara; peroxisome
proliferator-activated receptor beta, pparb; adiponectin, adipog; adiponectin receptor 1,
adiporl; adiponectin receptor 2, adipor2; gamma-glutamyl-cysteine synthetase, gcs;
superoxide dismutase, sod; glutathione peroxidase, gpx/; hydroperoxide glutathione
peroxidase, phgpx; glutathione reductase, gsr and thioredoxin reductase, 7, plus two reference
genes (elongation factor 1 alpha, efla and ubiquitin, ubg) were examined with a CFX384™

Real-Time System (Bio-Rad, El Prat de Llobregat, Spain).

All analyses were performed in triplicate wells using 384-well plates with 2.5 uL itaqg SYBR
Green Supermix (Bio-Rad, El Prat de Llobregat, Spain), 250 nM forward and reverse specific
primers (Table 1), and 1 puL diluted cDNA for each sample, in a final volume of 5 pL. The
primer sequences as well as the protocol conditions have been published [44-50]. The mRNA
levels of each target gene analyzed were calculated relative to the reference genes (geometric
mean of ef/a and ubq) using the Pfaffl method [51] implemented in the BioRad CFX manager
3.1. software.

2.8 Statistical analyses

Data were analyzed using SPSS Statistics v.22 (IBM, Armonk, USA) and GraphPad Prism 6
(La Jolla, USA, www.graphpad.com) and presented as mean + SEM. Data normality and
homoscedasticity were assessed using Shapiro-Wilk and Levene’s tests, respectively. Statistical
significance was assessed by two-way analysis of variance (two-way ANOVA), followed by
Tukey (differences among fasting regimes) and Sidak (differences between lines) post-hoc

tests. Statistical differences were considered significant for all analyses when p-value < 0.05.
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3. RESULTS

3.1 Biometric indexes, plasma parameters and muscle lipids

LSI, VSI, total lipid content and lipid peroxidation products (TBARS) in muscle, and plasma

NEFAs and TG levels are presented in Table 1.

Table 1. Liver somatic index (LSI), visceral somatic index (VSI), muscle lipid content and peroxidation

products (TBARS) and plasma levels of triglycerides (TG) and non-esterified fatty acids (NEFAs).

Fasting (weeks) ow 1% 2W 4W
LL 1.16 £ 0.032 0.88 + 0.04b 0.81 £ 0.028° 0.89 + 0.03b
LSI (%) .
FL 1.23 +£0.054 0.85+0.0178 0.79 + 0.058 0.75 + 0.03B
LL 9.67 +£0.232 8.22 +(.24° 7.95 + 0.22b¢ 7.09 £ 0.37°
VSI (%) %ok * ko ok
FL 824 +031A 7.02 + 0.40B 6.69 + 0.165€ 5.70 = 0.26¢
Muscle lipid LL 3.90 + 0.54 3.06+0.39 2.99 +0.40 3.43 +0.62
content (%) FL 7.31+0.724™ 5.10 + 0.848" 4.58+0.588 3.26+0.228
TBARS (nmol LL 9.83 +0.43 9.40 + 0.57 10.00 + 0.67 9.69 + 0.40
MDA/g) FL 10.72 + 0.68 12.24 +0.68" 9.83+0.70 10.10 £ 0.56
Plasma TG LL 1.97 £0.202 3.80+£0.31° 1.33+0.15° 1.71 £0.36%
(mmol/L) FL 4.10 £0.334" 2.33 £ 0.48B" 2.23+0.368 1.63+£0.148
Plasma NEFAs LL 0.25+0.03 0.53+0.12 0.35+0.06 0.49+0.10
(mEgq/L) FL 0.62+0.16" 0.53 +0.09 0.46 +0.07 0.39+0.03

Data are shown as mean = SEM (n = 4-6 fish per feeding regime/treatment). Different letters (lower case for LL
and capital for FL) indicate significant differences (p < 0.05) among fasting periods within a group (two-way
ANOVA followed by Tukey post-hoc test). *p < 0.05 and **p < 0.01 represent significant differences between LL
and FL (two-way ANOVA followed by Sidak post-hoc test).

LSI and VSI decreased significantly already after 1 week of fasting in both fish lines and this
trend continued up to 4 weeks, especially for the VSI. Further, LL fish had higher VSI than the
FL fish throughout the study, while strain differences were observed in LSI only after 4 weeks
of fasting. Muscle lipid content was differentially affected by fasting in the two lines, being
significantly decreased with fasting in the FL fish, while no effect was observed in LL fish. In
this regard, the significant differences observed between the two fish lines during the fed and
1-week fasted state, disappeared with prolonged fasting (i.e. 2 and 4 weeks). In FL fish, fasting

significantly increased TBARS levels after 1 week in comparison with LL fish, returning to
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basal levels after 2 weeks. For plasma TG levels, there was a significant interaction between
fasting and line (p<0.001). Under feeding conditions (OW groups), FL fish had significantly
higher plasma TG levels than LL fish. However, after 1 week of fasting, FL fish had lower
plasma TG levels than LL fish. Moreover, in FL fish, plasma TG levels decreased with longer
fasting, while in LL fish, the plasma TG levels increased after 1 week of fasting and returned
to basal levels after 2 weeks. In fed fish, plasma NEFA levels were significantly higher in FL
than LL fish, but during fasting, they decreased to similar levels as in LL fish.

3.2 Gene expression related to lipid metabolism

Relative transcript levels of key lipid metabolism genes in AT are presented in Figure 1. A
significant interaction between fasting and genotype was observed in fasn and mel mRNA
levels. Particularly, non-fasted FL fish had higher fasn transcripts abundance than LL fish.
Besides, fasn mRNA levels in FL fish gradually decreased with fasting, while fasn mRNA
levels in LL fish increased after 1 week, and returned to basal levels at 2 weeks of fasting (Fig.
1A). In both rainbow trout lines, Ip/ and gapdh mRNA levels decreased significantly with
fasting (Fig. 1B and D), this effect being more pronounced in gapdh, where transcript
abundance was reduced abruptly already after 1 week. /ipel mRNA levels decreased slightly
after 2 weeks of fasting in LL fish, while being unchanged in FL fish, indicating significant
phenotypic differences after 2 weeks of fasting (Fig. 1C). pparb mRNA levels were down-
regulated after 1-week fasting, but returned to basal levels in both fish lines after that (Fig. 1H).
mel mRNA levels remained generally low during fasting, but increased rapidly in FL fish after
4 weeks of fasting in FL (Fig. 1F). Ixr and ppara mRNA levels remained unaltered and similar

in both fish lines throughout the experiment (Fig. 1E and G).

Gene expression in WM is shown in Figure 2. For fasn and [p/ mRNA levels, there was a
significant interaction between fasting time and genotype, with expression of both genes in fed
FL fish significantly higher than in LL fish (Fig. 2A and B). In FL fish, both genes decreased
significantly during fasting, while no effect was observed in LL fish (Fig. 2A and B). The lipel
mRNA levels progressively increased with fasting in LL fish, but not in FL fish (Fig. 2C),
whereas those of Ixr and mel were upregulated after 1 week of fasting and returned to basal
levels after 4 weeks of fasting in both fish lines (Fig. 2E and F). A similar profile was observed
in FL fish for pparb (Fig. 2H). gapdh and ppara mRNA levels were unaffected by fasting or
genotype (Fig. 2D and G).
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Figure 1. Gene expression analyses of selected lipid-metabolism-related genes in adipose tissue. nRNA levels
of fasn (A), Ipl (B), lipel (C), gapdh (D), Ixr (E), mel (F), ppara (G) and pparb (H) from LL (black bars) and FL
(grey bars) rainbow trout. Relative expression levels were normalized to the geometric mean of the two reference
genes, efla and ubq. Data are shown as mean + SEM (n = 4-6 fish per condition). Statistical differences in the
variability between measurements are indicated in 3 components: interaction, line and fasting, using two-way
ANOVA. Different letters (lower case for LL and capital for FL) indicate significant differences (p < 0.05) among
fasting periods within a group (two-way ANOVA followed by Tukey post-hoc test). *p < 0.05 and ***p < 0.001
represent significant differences between LL and FL (two-way ANOVA followed by Sidak post-hoc test).
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Figure 2. Gene expression analyses of selected lipid-metabolism-related genes in white muscle. mRNA levels
of fasn (A), Ipl (B), lipel (C), gapdh (D), Ixr (E), mel (F), ppara (G) and pparb (H) from LL (black bars) and FL
(grey bars) rainbow trout. Relative expression levels were normalized to the geometric mean of the two reference
genes, efla and ubq. Data are shown as mean + SEM (n = 4-6 fish per condition). Statistical differences in the
variability between measurements are indicated in 3 components: interaction, line and fasting, using two-way
ANOVA. Different letters (lower case for LL and capital for FL) indicate significant differences (p <0.05) among
fasting periods within a group (two-way ANOVA followed by Tukey post-hoc test). ***p < 0.001 represent
significant differences between LL and FL (two-way ANOVA followed by Sidak post-hoc test).
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3.3 Expression of adiponectin and adiponectin receptor genes

mRNA levels of adiponectin and adiponectin receptor genes in AT and WM are presented in

Figure 3.
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Figure 3. Gene expression analyses of adiponectin system genes in adipose tissue (A, C and E) and white
muscle (B, D and F). mRNA levels of adipoq (A, B), adiporl (C, D) and adipor2 (E, F) from LL (black bars) and
FL (grey bars) rainbow trout. Relative expression levels were normalized to the geometric mean of the two
reference genes, ef/a and ubq. Data are shown as mean + SEM (n = 4-6 fish per condition). Statistical differences
in the variability between measurements are indicated in 3 components: interaction, line and fasting, using two-
way ANOVA. Different letters (lower case for LL and capital for FL) indicate significant differences (p < 0.05)
among fasting periods within a group (two-way ANOV A followed by Tukey post-hoc test). **p < 0.01 and ***p
<0.001 represent significant differences between LL and FL (two-way ANOVA followed by Sidak post-hoc test).
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In AT, adipog mRNA levels were very low up to 3 weeks of fasting, to suddenly increase
significantly in FL fish at 4 weeks (Fig. 3A). Moreover, adiporl mRNA levels were
significantly up-regulated after 4 weeks of fasting only in FL fish (Fig. 3B), whereas at the

same time adipor2 expression diminished (Fig. 3C).

In WM, adiponectin system genes expression followed a different pattern. In this tissue, adipog
mRNA levels decreased gradually with fasting in both fish lines (Fig. 3D) while adiporl and
adipor2 mRNA levels increased after 1 week of fasting and returned to basal levels after 4
weeks (Fig. 3E and F). Further, this increase in adipor2 mRNA levels after 1 week of fasting
was significantly higher in the FL fish (Fig. 3F).

3.4 Gene expression related to oxidative stress

Relative mRNA levels of key oxidative stress markers in AT and WM are presented in Figures
4 and 5. In AT, a significant interaction between fasting and genotype was observed for the gcs
and ## mRNA levels. Expression of these genes was stable for 1 or 2 weeks of fasting in both
fish lines, but after 4 weeks of fasting, their expression significantly increased in FL fish only
(Fig. 4A and F). sod and phgpx mRNA levels decreased already after 1 week of fasting in both
fish lines. However, in contrast to phgpx, sod levels recovered to basal levels after 4 weeks of
fasting (Fig. 4B and D). gpx/ and gsr mRNA levels were not affected by fasting or genotype
(Fig. 4C and E).

In WM, gcs and #r mRNA levels increased until week 4 of fasting in LL fish, while in FL fish,
the levels increased after 1 week (Fig. SA and F). phgpx mRNA levels increased in FL fish after
1 and 2 weeks of fasting, and then returned to normal levels after 4 weeks of fasting, while the
levels remained unaltered in the LL fish throughout the experiment (Fig. 5D). Under feeding
conditions, LL fish had higher gpx/ mRNA levels than FL fish. During fasting, gpx/ mRNA
levels significantly decreased during fasting in LL fish, resulting in similar levels for both
genotypes (Fig. 5C). sod and gsr transcript abundance was not affected by fasting or genotype
(Fig. 5B and E).
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Figure 4. Gene expression analyses of selected oxidative stress genes in adipose tissue. mRNA levels of gcs
(A), sod (B), gpxI (C), phgpx (D), gsr (E) and tr (F) from LL (black bars) and FL (grey bars) rainbow trout.
Relative expression levels were normalized to the geometric mean of the two reference genes, ef/a and ubg. Data
are shown as mean + SEM (n = 4-6 fish per condition). Statistical differences in the variability between
measurements are indicated in 3 components: interaction, line and fasting, using two-way ANOVA. Different
letters (lower case for LL and capital for FL) indicate significant differences (p < 0.05) among fasting periods
within a group (two-way ANOVA followed by Tukey post-hoc test). *p <0.05 and **p < 0.01 represent significant
differences between LL and FL (two-way ANOVA followed by Sidak post-hoc test).
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quality of the meat, while large visceral fat deposits are usually wasteful in terms of lower feed
conversion efficiency and higher production costs [54]. Further, at least in mammals, different
fat depots appear to differ in both physiology and biochemistry, as adipocyte growth and
differentiation, as well as fatty-acid processing and adipokine secretion, vary among deposits
[55]. The present study describes the differential transcriptional regulation of lipid metabolism,
adiponectin system and oxidative stress genes in two divergent rainbow trout lines selected for
high (FL) or low (LL) muscle lipid content, both under feeding and fasting conditions. Even
though these two rainbow trout lines are designated as fat and lean in terms of muscle adiposity,
data on earlier generations indicate that regulatory mechanisms are in play to keep certain level
of fat storage, modifying the reserves of different depots [35]. For the seventh-generation fish
used in the current study, it appears that the lower muscle fat reserves of the LL fish are partly
compensated by greater visceral fat stores [ 19], supporting the previously suggested divergence
of the two fish lines in terms of fat storage depending on the depot. Further, in these fish, the
liver does not appear to be affected by the selection process or possible compensatory
mechanisms to keep total body lipid reserves constant, as we found that the LSI did not differ
between the two genotypes under normal feeding conditions or short-term fasting. In addition,
liver and visceral fat reserves were mobilized in a similar manner in both lines in response to
fasting, while only the FL fish utilized muscle lipids to fulfill energy requirements. This marked
differentiation in energy deposition routes between the two lines, suggests that LL and FL fish
also differ in their strategies to maintain energy homeostasis under conditions of energy

demand.

Furthermore, the higher TG levels found in non-fasted FL fish suggest increased lipid uptake
from diet and supply to muscle in line with its fattier muscle selection compared with the LL
fish. Besides, TG levels are found to be very reactive to dietary changes [56]. In agreement with
this, after one week of fasting, TG plasma levels drastically decreased in the FL fish while a
significant increase was found in the LL fish. Similar results, but less evident, were also found
for NEFAs levels. One explanation of these different strategies could be that the FL fish utilize
the circulating TG and NEFAs as a source of energy, lowering their levels in comparison with
non-fasted animals, while the LL fish first mobilize these products from visceral fat reserves,
increasing their plasma levels for delivery to other tissues (i.e. muscle). In agreement with this,
several studies in fish have reported that even though fasting usually decreases plasma TG [57],
the mobilization of lipids during such periods may differ between species [58], with steady or

even increased plasma TG levels at the early stages of fasting [59]. Nevertheless, with
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prolonged fasting (2 or 4 weeks), circulating TG decreased in both fish lines confirming that
the different strategies in lipid mobilization are mainly observed at the beginning of the fasting

period.

Previous studies on the two selected rainbow trout lines (FL and LL) have revealed differential
transcriptomic and proteomic regulation in liver and WM between genotypes [60]. Moreover,
the two lines differ in glucose and hepatic intermediary metabolism under various dietary
regimes. Specifically, the FL fish have a higher capability to metabolize glucose and to
synthesize lipids through de novo lipogenesis in the liver than the LL fish [38,61]. Nevertheless,
in spite of being the major site of energy storage, and subsequently liable to be affected by
dietary changes, previous studies have not analyzed the transcriptomic regulation of AT in these
trout. Thus, the present study evaluates the expression of several lipid metabolism adipogenic
genes in AT and WM in the two lines. From these results, it can be speculated that non-fasted
FL fish appear to have higher lipogenic capacity in both AT and WM, as fasn mRNA levels
were greater in this line compared to the LL fish. This is also supported by the higher plasma
levels of TG in the FL fed fish and is in agreement with its previously described higher hepatic
lipogenic capacity [36]. Furthermore, /p/ mRNA levels were found to be higher in WM of non-
fasted FL fish, suggesting increased TG incorporation from the circulation under favorable
nutritional conditions, leading to fat accumulation. These results agree with earlier findings
supporting such augmented fat uptake in terms of fat/cd36 and vidl receptor transcript level up-
regulation in the FL muscle [60]. In this context, the decrease in fasn and /p/ with fasting in the
WM was more pronounced in the LL fish, while the down-regulation of Ip/ in AT was rather
similar in both lines. Remarkably, concomitant with the observed changes in plasma TG levels,
fasn mRNA levels in the AT decreased progressively with fasting in the FL fish, while in the
LL fish, fasn mRNA levels increased slightly after 1 week of fasting, thus indicating a

differential metabolic regulation under catabolic conditions, also at the transcriptional level.

Furthermore, /ipe/ mRNA levels, only in the LL fish increased gradually with fasting in WM,
while they decreased in AT after 2 weeks, indicating significant differences also in lipolytic
regulation between both tissues and fish lines. Moreover, pparb mRNA levels in adipose tissue
decreased at the beginning of fasting in both lines, whereas in white muscle, increased
especially in the FL fish, indicating a differential regulation fatty acid oxidation between
tissues. Furthermore, the elevated expression of mel, which codes for an enzyme that generates
NADPH for fatty acid biosynthesis, in the AT of LL trout after a 4-week fasting, could agree

with a regulatory mechanism to maintain visceral fat levels, although this was not accompanied
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by increases in fasn. Nevertheless, in both cases we are assuming that changes in transcript
abundance are reflected in protein levels, and we know that this needs to be interpreted with

caution.

Following the discovery of several hormones produced by adipose tissues, research has focused
on their roles in regulating metabolic and endocrine functions [62]. Among them, adiponectin,
which binds two different receptors (adipoR1 and adipoR2), has not been studied extensively
in fish [45,63,64]. In mammals, adiponectin expression in adipose tissue inversely correlates
with obesity and insulin resistance [65], and is showed to increase with fasting [66]. AdipoR1
appears to be mainly involved in regulating metabolic functions, whereas adipoR2 has rather
been linked to anti-inflammatory functions [67,68]. In the present study, an inverse relation was
found between adipog and its receptors mRNA levels in WM in response to fasting, as
previously reported [64]. Whereas adipog mRNA levels were reduced, adiporl and adipor?
were rapidly up-regulated and progressively returned to basal levels. As considered previously,
this response of the adiponectin system could be to maintain the level of muscular fatty acid
oxidation. In addition, whereas AT adipor] mRNA levels increased after 4 weeks of fasting in
the FL fish, only adipor2 showed an inverse relationship with adipoqg levels, in agreement with
the previous study [64]. Overall only minor differences were observed between genotypes
suggesting that the expression of adipog and its receptors is not differentially regulated by
fasting in LL and FL fish.

Increased dietary protein and/or lipid intake can increase ROS production [69], but so can long
fasting periods [26,70]. The current results show a reverse regulation of several oxidative stress
genes in response to fasting between AT and WM. In AT, mRNA levels of the majority of the
genes studied, decreased throughout the fasting period while in WM overall displayed a
predisposition to increase in both lines. Thus, it is tempting to conclude that the up-regulation
of these transcripts in WM might indicate a higher protective effect in this tissue either as an
anticipatory mechanism or because of increased oxidative damage. This hypothesis relies on
the importance of maintaining structural muscle proteins through primarily avoiding negative
ROS effects in this tissue [71]. Thus, the enhanced lipid peroxidation suggested by the increase
of MDA production after 1 week of fasting in the WM of the FL fish, might be counteracted by
the up-regulated gene expression of gcs, 7 and phgpx. Conversely, the lower gpx/ mRNA levels
in non-fasted FL. compared with the LL fish, suggest a minor production of ROS derived from
fatty acid oxidation, as previously reported [35]. On the other hand, the depletion of AT sod

and phgpx expression in response to fasting should be interpreted carefully. As the production
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of ROS in the AT is associated with obesity and inflammatory processes [72], the decreased
mRNA expression of these genes may be explained by the reduction of fat mass in response to
the fasting. On the other hand, gcs and # mRNA levels in this tissue, increased after 4 weeks
of fasting in the FL compared to the LL fish, suggesting that the ROS production and/or its

oxidative potential in the latter may have stronger effects after prolonged fasting.

5. Conclusions

The current findings reveal differential metabolic regulation between the two genotypes of
rainbow trout studied, highlighting their divergent coping mechanisms in response to food
deprivation. Changes in plasma TG and NEFA levels, as well as changes at the molecular level,
present clear evidence of genotype-specific metabolic and transcriptional strategies. The FL
fish had significantly increased fasn mRNA levels compared with the LL fish in both AT and
WM, and higher /[p/ mRNA levels in WM, altogether suggesting improved lipogenic capacity
and enhanced fat uptake in this genotype. Overall, these data improve the understanding of the

influence of genetic background on the regulation of lipid metabolism in rainbow trout.
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Supporting information.

Table 1: Nucleotide sequences of the primers used to evaluate mRNA abundance by quantitative real
time PCR (qPCR) in LL and FL rainbow trout adipose tissue and white muscle samples. F: forward; R:

reverse; Tm: melting temperature.

Gene Tm °C Primer sequences (5°-3°)

efla 58 F: TCCTCTTGGTCGTTTCGCTG R: ACCCGAGGGACATCCTGTG

ubg 58 F: ACAACATCCAGAAAGAGTCCA R: AGGCGAGCGTAGCACTTG

Jasn 54 F: GAGACCTAGTGGAGGCTGTC R: TCTTGTTGATGGTGAGCTGT

ipl 59 F: TAATTGGCTGCAGAAAACAC R: CGTCAGCAAACTCAAAGGT
lipel 58 F: AGGGTCATGGTCATCGTCTC R: CTTGACGGAGGGACAGCTAC
gapdh 61 F: TCTGGAAAGCTGTGGAGGGATGGA R: AACCTTCTTGATGGCATCATAGC
Ixr 62 F: TGCAGCAGCCGTATGTGGA R: GCGGCGGGAGCTICTTGIC

mel 60 F: TACGTGCGGTGTGTGTGACG R: GTGCCCACATCCAGCATGAC
ppara 54 F: CTGGAGCTGGATGACAGTGA R: GGCAAGTTTTTGCAGCAGAT
pparb 60 F: CTGGAGCTGGATGACAGTA R: GTCAGCCATCTTGTTGAGCA
adipog 62 F: AGCCCGTCATGTTCACCTAC R: GAAGGTGGAGTCGTTGGTGT
adipor] 60 F: TCCACTCCCACCAGATCTTC R: CGTGTTCCAGCAGCACTTTA
adipor2 60 F: CTGATCATGGGCTCCTTTGT R: ACACCACTCAGACCCAGACC
gcs 58 F: TGATGGACAACACATTCATTAATTGA R: GCGATGCCCGGAACTTATT

sod 54 F: CCACGTCCATGCCTTTG R: TCAGCTGCTGCAGTCACGTT
gpxl 60 F: CGAGCTCCATGAACGGTACG R: TGCTTCCCGTTCACATCCAC
phgpx 60 F: TTGGAGGTCAGGAGCCAGGT R: ACCCTTTCCCTTGGGCTGTT

asr 54 F: CACCAGTGATGGCTTTTTT R: ATATCCGGCCCCCACTATG

tr 58 F: ACCGTGCAGCCTAGAATGCT R: GTGATGTCTCTCTTTGCAGTTCCTT
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ARTICLE INFO ABSTRACT

Keywords: Numerous environmental pollutants have been identified as potential obesogenic compounds affecting
Organotins endocrine signaling and lipid homeostasis. Among them, well-known organotins such as tributyltin (TBT) and
TBT triphenyltin (TPT), can be found in significant concentrations in aquatic environments. The aim of the present
TPT study was to investigate in vitro the effects of TBT and TPT on the development and lipid metabolism of rainbow
f\)zie;gf;trfculture trout (Onchorynchus mykiss) primary cultured adipocytes. Results showed that TBT and TPT induced lipid
PPARy accumulation and slightly enhanced peroxisome proliferator-activated receptor gamma (PPARy) and CCAAT

Fish enhancer binding protein alpha (C/EBPa) protein expression when compared to a control, both in the presence
or absence of lipid mixture. However, the effects were higher when combined with lipid, and in the absence of it,
the organotins did not cause complete mature adipocyte morphology. Regarding gene expression analyses,
exposure to TBT and TPT caused an increase in fatty acid synthase (fasn) mRNA levels confirming the pro-
adipogenic properties of these compounds. In addition, when added together with lipid, TBT and TPT
significantly increased cebpa, tumor necrosis factor alpha (tnfa) and ATP-binding cassette transporter 1 (abcal)
mRNA levels suggesting a synergistic effect. Overall, our data highlighted that TBT and TPT activate adipocyte
differentiation in rainbow trout supporting an obesogenic role for these compounds, although by themselves
they are not able to induce complete adipocyte development and maturation suggesting that these adipocytes
might not be properly functional.

1. Introduction

Obesity is a complex and chronic health condition that develops
from the interaction of multiple factors (Chalk, 2004; Mitchell et al.,
2011). Among causative factors, poor quality of nutrition and sedentary
lifestyle are the most well-known (Egger and Dixon, 2014). Never-
theless, evidence is increasing that the environment could be one of the
major determinants of its etiology (Qi and Cho, 2008; Thayer et al.,
2012). In this sense, it has been extensively demonstrated that
numerous environmental chemicals, such as persistent organic pollu-
tants (POPs) may interfere with complex endocrine signaling pathways
and cause adverse metabolic, developmental and reproductive effects in
both humans and wildlife (Heindel et al., 2015; Newbold et al., 2008;
Tang-Péronard et al., 2011). Significant attention has traditionally
focused on the implication of endocrine disruptors (EDs) on cancer
(Brophy et al., 2012; Diamanti-Kandarakis et al., 2009) or reproductive
health (Jeng, 2014; McLachlan et al., 2006) as well as on obesity in the

last years (Griin, 2014; Janesick and Blumberg, 2016; Newbold et al.,
2008). Indeed, these chemicals, so-called “obesogens”, may predispose
an exposed individual to subsequent weight gain; distressing at the
same time, hormonal signaling and lipid homeostasis (Janesick and
Blumberg, 2016).

Trisubstituted organotins such as tributyltin (TBT) and the related
compound triphenyltin (TPT), have been identified as obesogenic
compounds, which promote adipogenesis in mouse 3T3-L1 cells
(Kanayama et al., 2005) and increase fat deposition in vivo in mice
and frogs (Xenopus laevis) (Griin et al., 2006). A number of studies have
shown that TBT and TPT, although different in structure, function in a
similar manner as nanomolar agonists of peroxisome proliferator-
activated receptor gamma (PPARy) and retinoid X receptor (RXR)
(Harada et al., 2015; Li et al., 2011; Pereira-Fernandes et al., 2013).
Nevertheless, differences in the potency of these organotins for PPARy
have been reported (Hiromori et al., 2009), suggesting that they might
present different degrees of effectiveness. PPARy is considered the
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master regulator of adipogenesis and together with CCAAT enhancer
binding protein alpha (C/EBPa), promote adipocyte differentiation by
activating adipose-specific gene expression and regulating each other's
expression (Rosen, 2005). Thus, altered activation of these transcription
factors could lead to significant changes in adipose tissue metabolism
and ultimately contribute to obesity (Griin, 2014; Janesick and
Blumberg, 2011). In this regard, several studies have established that
these pollutants might also alter cell fate of human and mice adipose-
derived stromal stem cells (ADSCs) leading to development of adipo-
cytes at the expense of other cell lineages (Chamorro-Garcia et al.,
2013; Kirchner et al., 2010). Nonetheless, the adipocytes generated by
such PPARy activators (i.e. TPT), could be non-functional and might
display a completely different phenotype (Regnier et al., 2015).

These organotins have been utilized as biocides, wood preservatives
and antifouling paints for many years, becoming one of the most
common contaminants of marine and fresh water ecosystems (Boyer,
1989; Fent, 1996). Hence, the evaluation of the toxic effects of these
compounds to aquatic wildlife is relevant. In this regard, their effects on
imposex and reduction of growth in mollusks (Birchenough et al., 2002;
Salazar and Salazar, 1991) as well as the shell thickening in oysters
(Alzieu et al., 1986) have been well documented. Nevertheless, little is
known about them disrupting adipogenesis or lipid metabolism in fish.
Recently, in juvenile chinook salmon and zebrafish larvae exposed to
TBT an increase in lipid content has been observed (Meador et al.,
2011; Ouadah-Boussouf and Babin, 2016; Tingaud-Sequeira et al.,
2011). Moreover, it has been shown in RTL-W1 rainbow trout liver
cells that TBT, TPT and other EDs alter the expression of lipid
metabolism-related genes and the cellular composition in triacylglycer-
ols and membrane lipids; supporting the use of in vitro models to study
the potential ability of these pollutants to act as obesogenic compounds
(Dimastrogiovanni et al., 2015).

Primary culture of fish adipocytes has been proved to be a useful
tool to test the effects of hormones on adipogenesis and metabolic
markers (Bouraoui et al., 2012, 2010; Salmerén et al., 2015). Thus, in
the present study, we aimed to investigate the obesogenic properties of
two organotins by comparing the effects of TBT and TPT on adipocyte
development and lipid metabolism in rainbow trout (Onchorynchus
mykiss) by using this specific cell culture system.

2. Materials and methods
2.1. Animal care and ethics statement

Adult rainbow trout (Oncorhynchus mykiss) approximately 250 g in
weight were obtained from the fishery “AiguaNatura del Ports” (Alfara
de Carles, Tarragona, Spain) and were acclimated to the facilities in the
Faculty of Biology at the University of Barcelona before use. Fish were
kept at a 12L:12D photoperiod in 0.4 m> tanks in a temperature-
controlled recirculation system (16 + 1°C) and were fed ad libitum
twice daily with a commercial diet (Optiline-sf, Skretting, Burgos,
Spain). Fish were fasted 24 h before the experiments in order to avoid
contamination from the gastrointestinal tract during the adipose tissue
extraction for cell culture. Before sacrifice by cranial concussion, fish
were anesthetized with ethyl 3-aminobenzoate methanesulfonate (MS-
222) (ref. E10521, Sigma-Aldrich, Tres Cantos, Spain). All animal
handling procedures complied with the Guidelines of the European
Union Council (86/609/EU) and were approved by Ethics and Animal
Care Committee of the University of Barcelona, following the regula-
tions and procedures established by the Spanish and Catalan govern-
ments (permit numbers CEEA 311/15, DAAM 7952).

2.2. Primary culture of adipocyte cells
All cell-culture reagents were purchased from Sigma-Aldrich (Tres

Cantos, Spain) and Life Technologies (Alcobendas, Spain). All plastic
items and glass cover slips were obtained from Nunc (LabClinics,
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Barcelona, Spain). For the different studies, cells were isolated from
rainbow trout adipose tissue and cultured according to the previously
established procedure by Bouraoui et al. (2008). After counting,
isolated cells were seeded at a final density of 2-2.5 x 10* cells/cm?
on 1% gelatin-pretreated six-well plates (9.6 cm?/well) for triglyceride
determination, Western blot and real-time quantitative PCR (RT-qPCR)
or twelve-well plates (2.55 cm?/well), with or without coverslips, for
proliferation analysis, immunofluorescence, Oil red O (ORO) staining
and viability assay. Cells were kept at 18 °C in Leibovitz's L-15 medium,
supplemented with 10% fetal bovine serum and 1% antibiotic-anti-
mycotic solution (growth medium, GM). Medium was changed every 2
days during the whole process. The standard procedure used for cell
differentiation was the following: once confluence was reached (day 7),
cells were induced to differentiate by incubating them with a differ-
entiation medium (DM) based on GM and containing 10 pg/ml insulin,
0.5 mM 3-isobutyl-1-methylxanthine and 0.25 M dexamethasone.

2.3. Experimental treatments

Tributyltin chloride 96% (TBT) (ref. T50202), triphenyltin chloride
95% (TPT) (ref. 245712), dimethyl sulfoxide (DMSO) (ref. D8418),
lipid mixture (45 mg/ml cholesterol, 100 mg/ml cod liver oil, 250 mg/
ml polyoxyethylene sorbitan monooleate and 20 mg/ml D-a-tocopherol
acetate) (ref. L5146) were provided by Sigma-Aldrich (Tres Cantos,
Spain). Stock solutions of TBT and TPT were stored at —20 °C and
working solutions were diluted in 0.1% DMSO on the day of the
experiment. For the proliferation and cell viability assays, pre-confluent
adipocytes (day 5 of culture) maintained in GM, were incubated with
TBT or TPT at different concentrations (1 nM, 10 nM, 100 nM and
1 uM) or left untreated as a control (GM) for 24 h. To evaluate the effect
of TBT and TPT during the process of adipogenesis, confluent cells (day
7 of culture) were incubated with only DM as a control (DM), DM plus
TBT (100 nM) or DM plus TPT (100 nM), with (+ LIP) or without (- LIP)
lipid mixture (5 pl/ml) for 24 h (RT-qPCR analyses) or 72h (ORO,
determination of triglycerides and immunofluorescence assays).

2.4. Cell viability assay

The methylthiazolyldiphenyl-tetrazolium bromide (MTT) assay was
used to evaluate the cell viability as previously described elsewhere
(Capilla et al., 2011). Briefly, cells were incubated with the different
treatments with a final concentration of 0.5 mg/ml of MTT for 24 h.
Then, cells were washed with PBS and the blue formazan crystals that
formed were allowed to resuspend in 250 pl DMSO per well for 2 h. Cell
viability values were obtained from the absorbance measured at
570 nm, with 680 nm as the reference wavelength, using a microplate
reader (Infinite 200, Tecan).

2.5. Cell proliferation and nuclear morphology analyses

Cell proliferation was evaluated by immunostaining detection of
proliferating cell nuclear antigen (PCNA), using a commercial staining
kit (P3115-11G, US Biological, Salem, USA). In brief, after 24 h
incubation, cells were washed and fixed at room temperature in 4%
paraformaldehyde (PFA, Sigma-Aldrich, Spain). Later, coverslips were
post-fixed in 50% and 70% ethanol for 5 min, blocked and incubated in
PCNA staining reagents, following the manufacturer's suggested proto-
col. Finally, cells were dehydrated in a graded alcohol series and
mounted with histomount. Five to ten images were taken per coverslip
with a CC2 camera coupled to a microscope at 40 X using analySIS (Soft
Imaging System) software and analyzed using ImageJ software
(National Institutes of Health, Bethesda, MD, USA). The amount of
PCNA-labeled nuclei (positive cells) was evaluated and normalized to
the number of nuclei in the same field. Immunostaining images were
also used to perform a nuclear morphometric analysis. Nuclear area
factor (NAF) was used as a cell shape descriptor to evaluate apoptosis
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Table 1
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Nucleotide sequences of the primers used to evaluate mRNA abundance by quantitative real time PCR (qQPCR) in rainbow trout adipocytes in primary culture.

Gene Primer sequences (5-3") Tm (°C) Amplicon size (bp) Database Accession number

efla F: TCCTCTTGGTCGTTTCGCTG 58 159 GenBank NM_001124339.1
R: ACCCGAGGGACATCCTGTG

ubq F: ACAACATCCAGAAAGAGTCCA 58 133 GenBank NM_001124194.1
R: AGGCGAGCGTAGCACTTG

pparg F: GCCAGTACTGTCGCTTTCAG 60 112 GenBank NM_001197212.1
R: TCCATAAACTCAGCCAGCAG

cebpa F: TGTGGCGATAAAGCAAGAGC 57 79 GenBank DQ423469.1
R: CTGGTGGGAATGGTGGTAGG

fasn F: GAGACCTAGTGGAGGCTGTC 54 186 Sigenae tcaa0001¢.m.06_5.1.om.4
R: TCTTGTTGATGGTGAGCTGT

Ipl F: TAATTGGCTGCAGAAAACAC 59 164 GenBank AJ224693
R: CGTCAGCAAACTCAAAGGT

gapdh F: TCTGGAAAGCTGTGGAGGGATGGA 61 210 GenBank NM_001123561
R: AACCTTCTTGATGGCATCATAGC

Ixr F: TGCAGCAGCCGTATGTGGA 62 171 GenBank NM_001159338
R: GCGGCGGGAGCTTCTTGTC

ppara F: CTGGAGCTGGATGACAGTGA 54 182 GenBank NM_001197211.1
R: GGCAAGTTTTTGCAGCAGAT

pparb F: CTGGAGCTGGATGACAGTA 60 195 GenBank AY356399.1
R: GTCAGCCATCTTGTTGAGCA

tnfa F: TCTTACCGCTGACACAGTGC 60 130 GenBank NM_001124374
R: AGAAGCCTGGCTGTAAACGA

lepal F: TTGCTCAAACCATGGTGATTAGGA 60 68 GenBank AB354909
R: GTCCATGCCCTCGATCAGGTTA

abcal F: CAGGAAAGACGAGCACCTTC 58 229 DFCI TC169876
R: TCTGCCACCTCACACACTTC

fatpl F: AGGAGAGAACGTCTCCACCA 60 157 DFCI CA373015
R: CGCATCACAGTCAAATGTCC

cd36 F: CAAGTCAGCGACAAACCAGA 62 106 GenBank AY606034
R: ACTTCTGAGCCTCCACAGGA

F: forward; R: reverse; Tm: melting temperature.

and calculated as the product of nuclear area and roundness, as
previously described (Eidet et al., 2014). All images were analyzed by
the same researcher.

2.6. Oil red O staining and quantitative determination of triglycerides

Cell differentiation and lipid accumulation were visually analyzed
by ORO staining, as previously described (Capilla et al., 2011), with
minor modifications. Briefly, cells were fixed with 10% formalin for
1 h, subsequently rinsed with PBS, stained with 0.3% ORO prepared in
36% tri-ethyl phosphate for 2h, and then rinsed three times with
distilled water. The staining effectiveness was evaluated with a Zeiss
Axiovert 40C (Carl Zeiss Inc., Germany) inverted research grade
microscope equipped with a Canon EOS 1000D digital camera. For
triglyceride determination, total lipids were extracted as described by
(Folch et al., 1957). In short, cells were washed with PBS and
homogenized in a chloroform:methanol mixture (3:1) with 0.1% of
2,6-Di-tert-butyl-4-methylphenol (BHT, Sigma-Aldrich, Germany).
Homogenates were vortexed and centrifuged at 2000 x g for 30 min,
and then the lower layer was extracted and air dried. Next, 2-propanol
solution was used to elute the remaining lipid and absorbance was
measured at 405 nm (Infinite 200, Tecan) using a triglyceride quanti-
fication kit (Sigma—Aldrich, Tres Cantos, Spain).

2.7. Immunofluorescence assay

C/EBPa and PPARy protein expressions were detected by immuno-
fluorescence using the protocol described by (Vélez et al., 2014).
Polyclonal rabbit anti-C/EBPa (14AA) and anti-PPARy (H-100) were
purchased from Santa Cruz Biotechnology (Santa Cruz, CA). These
antibodies have been shown to successfully cross-react with rainbow
trout (Bou et al., 2014; Bouraoui et al., 2012). Secondary antibody
Alexa Fluor” 568-conjugated goat anti-rabbit (PPARy) and Alexa Fluor”
488-conjugated goat anti-rabbit (C/EBPa) were purchased from Life

Technologies (Alcobendas, Spain). Nuclei were counterstained with
Hoescht (H1399) (Life Technologies, Alcobendas, Spain). Images were
obtained with an Olympus Fluoview FV500 confocal microscope.

2.8. Western blot analysis

Protein extraction and Western blot analysis were performed using
the protocol described elsewhere (Vélez et al., 2014). Briefly, 20 ug of
protein were subjected to sodium dodecyl sulfate polyacrylamide gel
electrophoresis (SDS-PAGE) on 10% polyacrylamide gels (125 V for 1 h
30 min) and transferred to polyvinylidene difluoride (PVDF) mem-
branes (Bio-Rad, El Prat de Llobregat, Spain) (overnight at 4 °C and
100 mA). Subsequently, membranes were washed and blocked in non-
fat milk 5% and incubated with anti-C/EBPa and anti-PPARy antibodies
(described in section 2.7) at a dilution of 1:200. After washing,
membranes were incubated with a peroxidase-conjugated secondary
goat anti-rabbit antibody (Cat. No. 31460, Thermo Scientific, Alcoben-
das, Spain) at a dilution of 1:15,000. Then, a chemiluminescent
detection of the immunoreactive band was performed using an
enhanced chemiluminescence kit (Pierce ECL Western blotting Sub-
strate; Thermo Scientific, Alcobendas, Spain) and quantified by densi-
tometric scanning using ImageJ software (National Institutes of Health,
Bethesda, MD, USA). Results from the densitometry analysis of each
specific band were normalized by the densitometry values of B-Actin
(ref. A2066, Sigma-Aldrich, Tres Cantos, Spain), which showed an
excellent stability through all the treatments.

2.9. RNA isolation and cDNA synthesis

A pool of cells from three triplicate wells were collected and total
RNA extracted using TriReagent (Ambion, Alcobendas, Spain) accord-
ing to the manufacturer's recommendations. Concentration and RNA
purity was determined using a ND-2000 NanoDrop spectrophotometer
(Thermo Fisher Scientific, Alcobendas, Spain) and 700 ng of total RNA



E. Lutfi et al.

were treated with DNase I (Life Technologies, Alcobendas, Spain),
following the manufacturer's protocol, to remove all genomic DNA.
Afterwards, the RNA was reverse transcribed with the Transcriptor First
Strand cDNA synthesis Kit (Roche, Sant Cugat del Valles, Spain) and the
cDNA obtained was stored at —20 °C for RT-qPCR analyses.

2.10. Real-time quantitative PCR

The mRNA transcript levels of cebpa; pparg; fasn; lipoprotein lipase,
IpL; glyceraldehyde 3-phosphate dehydrogenase, gapdh,; liver X receptor, Ixr;
peroxisome proliferator-activated receptor alpha, ppara; peroxisome prolif-
erator-activated receptor beta, pparb; tnfa; leptin, lepal; abcal; cluster of
differentiation 36, cd36 and fatty acid transport protein 1, fatp1; plus two
reference genes (elongation factor 1 alpha, efla and ubiquitin, ubq) were
examined with a CFX384™ Real-Time System (Bio-Rad, El Prat de
Llobregat, Spain) as previously described elsewhere (Salmerén et al.,
2013). All the analyses were performed in triplicate wells using 384-
well plates with 2.5 pl itaq SYBR Green Supermix (Bio-Rad, El Prat de
Llobregat, Spain), 250 nM forward and reverse primers (Table 1), and
1 pl diluted cDNA for each sample, in a final volume of 5 pl. The primer
sequences have been already published (Bou et al., 2014; Carney
Almroth et al., 2008; Cruz-Garcia et al.,, 2012; Lo et al.,, 2007;
Salmeron et al., 2015; Sadnchez-Gurmaches et al., 2012) and validated
for their specificity. The mRNA level of each target gene analyzed was
calculated relative to the reference genes (geometric mean of efla and
ubq) using the Pfaffl method (Pfaffl, 2001) implemented in the BioRad
CFX manager 3.1. software.

2.11. Statistical analyses

Data were analyzed using SPSS Statistics v.22 (IBM, Armonk, USA)
and GraphPad prism 6 (La Jolla, USA, www.graphpad.com) and
presented as mean + SEM. Data normality and homoscedasticity were
assessed using Shapiro-Wilk and Levene's tests, respectively. Statistical
significance was assessed by two-way analysis of variance (two-way
ANOVA), followed by the Tukey post hoc test. Statistical differences
were considered significant for all analyses when p-value <0.05.

3. Results

3.1. Proliferation, viability and nuclear morphology of adipocyte cells
exposed to different concentrations of TBT and TPT

To determine appropriate TBT and TPT concentrations for testing in
rainbow trout adipocytes, we first evaluated cell proliferation and
viability. Initial experiments first demonstrated that the presence of
0.1% DMSO (i.e. the vehicle) in culture medium had no significant
effect on cell viability (data not shown). As observed in Fig. 1A, none of
the concentrations tested showed significant effects on cell prolifera-
tion. Neither compound caused reduced cell viability as the concentra-
tion increased up to 100nM (Fig. 1B). However, at 1puM, both
compounds tended to reduce cell viability compared to the control
(GM): the effect was significant in cells treated with TBT. Furthermore,
only at the concentration of 1 uM, TBT and TPT clearly affected nuclear
morphology (Fig. 1C) showing a consequent reduction in NAF (Fig. 1D),
which can be altogether attributed to increased apoptosis. Thus, the
highest concentration without any detrimental effect (100 nM) was
chosen for the following analyses.

3.2. Changes in adipocyte morphology during differentiation induced by
TBT and TPT

Adipocyte morphology and differentiation grade were determined
using ORO staining and the quantification of cellular triglyceride
content. Results showed that TBT and especially TPT, increased the
formation of lipid droplets (Fig. 2A) and the subsequent accumulation
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of triglycerides in the cells (Fig. 2B), compared to control (DM alone).
However, they did not induce the specific adipocyte phenotype as when
the cells were treated with lipid mixture (+LIP) (Fig. 2A) (rounded in
shape and had high inclusion levels of intracellular lipids). Instead,
when treated with TBT or TPT alone, the cells maintained a fibroblastic
morphology more similar to undifferentiated cells. Furthermore, the
combination of TBT or TPT with lipid mixture (4 LIP), showed stronger
adipogenic effects, increasing triglyceride content when compared to
either TBT, TPT or DM alone (—LIP); although these combinations did
not promote further lipid accumulation relative to the condition of DM
+ LIP (Fig. 2B).

3.3. Induction of C/EBPa and PPARy protein and gene expression by TBT
and TPT

To characterize the contribution of TBT and TPT during adipogen-
esis we analyzed the expression of C/EBPa and PPARy, two key
transcription factors that regulate the differentiation of pre-adipocytes
into mature adipocytes (Rosen, 2005). Immunofluorescence images
revealed that both TBT and TPT slightly increased the C/EBPa and
PPARy protein signal compared to control (DM), while cells treated
with LIP and its combinations with TBT or TPT produced a higher effect
(Fig. 3A). Furthermore, Western blot results also showed an induction
tendency, although not significant, in these adipogenic proteins when
cells were treated with TBT or TPT alone, but again, stronger effects
were observed in the treatments with LIP (Fig. 3B, C and D).
Particularly, TBT and TPT together with LIP synergistically enhanced
both C/EBPa protein (Fig. 3C) and mRNA levels (cebpa, Fig. 3E). In
contrast, despite the enhancement of PPARy protein expression pro-
duced by LIP and its combination with TBT (Fig. 3D), no effect was
found in pparg mRNA levels (Fig. 3F).

3.4. Effects of TBT and TPT on lipid metabolism-related gene expression

The next step was to determine whether TBT and TPT differentially
modified the expression of several candidate genes during adipogenesis.
Results showed that TBT (slightly) and TPT (significantly) displayed an
increase in the mRNA levels of the gene encoding the lipogenic enzyme
fasn; and similar results were observed when used in combination with
LIP (+LIP) (Fig. 4A). Moreover, cells treated with LIP significantly
reduced fasn, Ipl, gapdh, Ixr and pparb mRNA levels compared to control
(DM) suggesting a negative regulation of these genes when lipids
(+LIP) were administered to the medium (Fig. 4A, B, C, D and F).
Interestingly, the results on gapdh showed an interaction between the
treatments and the presence of LIP, suggesting a combined effect,
resulting in this case, in a synergistic outcome downregulating gapdh
mRNA levels (Fig. 4C). Finally, no changes were observed in ppara
mRNA levels upon treatments (Fig. 4E).

3.5. Effects of TBT and TPT on the expression of fatty acid transport-related
genes and genes encoding adipokines

TBT and TPT alone appeared to increase abcal mRNA levels as
when the LIP was added to the medium (Fig. 5A) while no effect was
observed in c¢d36 (Fig. 5B). Instead, the treatment with LIP significantly
reduced fatpl mRNA levels regardless of the treatment combination
(Fig. 5C). Moreover, regarding the expression of genes encoding
adipokines, TBT and TPT increased tnfa mRNA levels when incubated
together with LIP (+LIP), especially in the case of TPT, as that
combination showed significant differences in comparison to the
control (DM alone) (Fig. 6A). On the other hand, lepal mRNA levels
were found to rise in the presence of LIP, although differential effects
were not observed upon TBT or TPT treatments either with or without
LIP (Fig. 6B).
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Fig. 1. (A) Quantification of cell proliferation determined by immunocytochemistry of PCNA. Values are shown as a percentage of PCNA-labeled positive cells. (B) Quantification of cell
viability using MTT assay. (C) Representative immunostaining images for PCNA showing nuclear morphology. Magnification, 40 X ; scale bar, 100 um. (D) Quantitative determination of
NAF. Pre-confluent rainbow trout adipocyte cells (day 5 of culture) were incubated with tributyltin (TBT, gray bars) or triphenyltin (TPT, black bars) at different concentrations (1 nM,
10 nM, 100 nM and 1 pM) or left untreated as a control (GM, white bar) for 24 h. Data are shown as mean + SEM (n = 3-4). Significant differences (p < 0.05) are indicated by different

letters, using two-way ANOVA followed by Tukey's post hoc test.
4. Discussion

An emerging view proposes the existence of environmental chemi-
cal pollutants that can mimic, antagonize or inappropriately regulate
particular metabolic pathways altering fat cell programming and
increasing energy storage in adipose tissue (Griin and Blumberg,
2006; Holtcamp, 2012; Lubrano et al., 2013). To date, a number of

obesogens have been identified; supporting the idea that exposure to
such chemicals may play an unpredicted role in the obesity epidemic.
Among them, organotins such as TBT and TPT are considered the most
relevant, with proven toxicity risks to humans and non-human organ-
isms (Antizar-Ladislao, 2008). Adipose tissue has been traditionally
considered just a rather passive storage organ, although throughout the
last decade, it has been recognized as a multi-functional endocrine
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Fig. 2. (A) Representative Oil red O images and (B) quantitative determination of triglycerides of rainbow trout cultured adipocytes. Confluent cells (day 7 of culture) were incubated
with differentiation media as a control (DM), DM plus TBT (100 nM) or DM plus TPT (100 nM), with (+ LIP) or without (—LIP) lipid mixture (5 pl/ml) for 72 h. Insets in each image are
the enlarged views of isolated adipocytes from each panel marked by a white rectangle. Fibroblast-like elongated morphology is observed in the upper panels (—LIP) and the typical
mature adipocyte spherical shape in the lower panels (+LIP). Neutral lipids are stained in red. Magnification, 20 X ; scale bar, 100 pm. Specific triglyceride accumulation is expressed
spectrophotometrically as the ratio of absorbance value obtained for triglyceride and protein content. Data are shown as mean values + SEM (n = 3). Statistical differences in the
variability between measurements are indicated in three components: interaction (Int), treatment (Treat) and lipid (Lip), using two-way ANOVA. Significant differences (p < 0.05),
indicated with different letters, were determined using Tukey's post hoc multiple comparison test.
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Fig. 3. (A) Representative immunofluorescence images of PPARy and C/EBPa proteins. Detection was performed using a primary specific antibody and secondary goat anti-rabbit
antibodies Alexa Fluor’ 488-conjugated (C/EBPa) and Alexa Fluor® 568-conjugated (PPARy) in combination with Hoechst for nucleus. Magnification, 36 x ; scale bar, 100 um. (B)
Representative Western blot images and quantification of (C) anti-C/EBPa and (D) anti-PPARy immunoreactive band normalized by B-Actin. (E) mRNA levels of adipogenic genes cebpa
and (F) pparg normalized to the geometric mean of two reference genes (ef1a and ubq). Confluent cells (day 7 of culture) were incubated with differentiation media as a control (DM), DM
plus TBT (100 nM) or DM plus TPT (100 nM), with (+LIP) or without (—LIP) lipid mixture (5 pl/ml) for 72 h (A, B, C and D) or 24 h (E and F). Data are shown as mean values + SEM
(n = 3-6). Statistical differences in the variability between measurements are indicated in three components: interaction (Int), treatment (Treat) and lipid (Lip), using two-way ANOVA.
Significant differences (p < 0.05) are indicated by different letters, and were determined by Tukey's post hoc multiple comparison test. Abbreviations. CCAAT/enhancer-binding protein
alpha and its gene, C/EBPa and cebpa; peroxisome proliferator-activated receptor gamma and its gene, PPARy and pparg; beta-actin, B-Actin; the gene encoding elongation factor 1 alpha,

efla; the gene encoding ubiquitin, ubq.

organ that regulates numerous physiological processes. Actually, its
dysfunction can lead to several pathological conditions, such as
metabolic syndrome, lipodystrophy, obesity and insulin resistance
(Bremer and Jialal, 2013; Kusminski et al., 2016). In overweight and
obese conditions, excessive fat is accumulated in adipose tissue through
formation of new adipocytes from precursor cells or by hypertrophy of
existent ones (Otto and Lane, 2005; Rosen and Spiegelman, 2006).
Given the importance of understanding the role of obesogens in
adipogenesis and lipid homeostasis, some studies have been performed
using adipose tissue-derived cell lines and primary cultures (reviewed
in Janesick and Blumberg, 2012). In this regard, it has been demon-
strated that TBT and TPT function as pro-adipogenic compounds
promoting differentiation of pre-adipocytes into mature adipocytes,
thus enabling hyperplastic expansion of adipose tissue in mammalian
models. Particularly, these compounds have been found to induce lipid
droplet formation along with subsequent triglyceride accumulation in
both 3T3-L1 and mouse bone marrow multipotent mesenchymal stem
cells (Hiromori et al., 2009; Yanik et al., 2011). Nevertheless, the effects
of these contaminants in fish adipocytes are almost unknown.

The regulation of adipocyte development is a key aspect of adipose
tissue formation, and works through the reciprocal balance between

proliferation and differentiation. In this regard, a decrease in prolifera-
tion capacity with organotin exposure has been previously reported
(Kirchner et al., 2010) suggesting that the activation of adipogenesis by
these compounds might affect proliferation and favor adipogenic
differentiation. Similarly, our results showed slightly lower values on
cell proliferation as the concentration of TBT and TPT increased, in
agreement with the expected stimulation of differentiation. Further-
more, a decrease in cell viability and nuclear area was also observed at
1 uM concentration with both compounds, indicating that exposure to
this concentration might induce apoptosis. These results are in agree-
ment with previous studies that reported upregulation of apoptosis-
related genes in rat ovaries after TBT administration, leading to cell
death in the ovarian follicles (Lee et al., 2012). To avoid these
detrimental consequences, the 100 nM concentration was used to
determine the adipogenic effects of TBT and TPT in the following
experiments.

Induction of adipocyte differentiation triggers profound phenotypi-
cal changes of fibroblast-like pre-adipocytes to become spherical cells
filled with lipid droplets. These changes appear to be attributed to the
activation of a highly orchestrated program of gene expression that
requires the sequential activation of numerous transcription factors,
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Fig. 4. Relative gene expression of lipid metabolism-related genes in rainbow trout cultured adipocytes. Confluent cells (day 7 of culture) were incubated with differentiation media as a
control (DM), DM plus TBT (100 nM) or DM plus TPT (100 nM), with (+LIP) or without (—LIP) lipid mixture (5 ul/ml) for 24 h. mRNA levels of fasn (A), Ipl (B), gapdh (C), Ixr (D), ppara
(E) and pparb (F) are presented. All mRNA levels were normalized to the geometric mean of 2 reference genes (efla and ubq). Statistical differences in the variability between
measurements are indicated in three components: interaction (Int), treatment (Treat) and lipid (Lip), using two-way ANOVA. Significant differences (p < 0.05) are indicated by different
letters, and were determined by Tukey's post hoc multiple comparison test. Abbreviations. fatty acid synthase, fas; lipoprotein lipase, Ipl; glyceraldehyde 3-phosphate dehydrogenase, gapdh; liver
X receptor, Ixr; peroxisome proliferator-activated receptor alpha, ppara; peroxisome proliferator-activated beta, pparb; elongation factor 1 alpha, efla; ubiquitin, ubq.

including C/EBPa and PPARYy (Lefterova and Lazar, 2009; Lowe et al.,
2011). In the present work, both TBT and specially TPT induced lipid
accumulation in rainbow trout cultured adipocytes, confirming their
obesogenic properties in our model; however, did not produce the
typical round adipocyte phenotype as when cells were treated with
lipid mixture (LIP). Instead, cells retained a fibroblast-like morphology
although with evident presence of lipid droplets, indicating that these
compounds initiate adipogenesis but might not be capable to induce
complete adipocyte differentiation in this species, at least at the
concentrations tested. In mammalian adipocytes, specific PPARy ago-
nists, such as troglitazone and other thiazolidinediones, are commonly
used to trigger adipogenesis and initiate the transcriptional cascade that
determines the fate of adipocyte precursor cells (Collins et al., 2011).
However, recently, it has been reported that 3T3-L1 adipocytes

generated by induction with different PPARy agonists exhibit dissimilar
phenotypes affecting adipose tissue functionality and ultimately global
energy homeostasis (Regnier et al., 2015). The data presented in that
study revealed that whereas both troglitazone and TBT stimulated the
expression of pparg, the majority of the adipogenic genes tested were
responsive to troglitazone but not to TBT. Our results confirmed that
TBT and TPT slightly induce C/EBPa and PPARy protein expression,
but an effect on the mRNA levels was not recorded (cebpa and pparg).
Besides, LIP in combination with the organotins produced higher
effects, increasing both C/EBPa protein and mRNA levels, suggesting
a synergistic effect. Furthermore, LIP and its combination with TBT,
significantly upregulated PPARYy protein expression while no effect was
observed in mRNA levels, indicating a possible post-transcriptional
regulation. Overall, the lack of activation of these two transcription
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Fig. 5. Relative gene expression of fatty acid transport genes in rainbow trout cultured
adipocytes. Confluent cells (day 7 of culture) were incubated with differentiation media
as a control (DM), DM plus TBT (100 nM) or DM plus TPT (100 nM), with (+LIP) or
without (—LIP) lipid mixture (5 pl/ml) for 24 h. mRNA levels of abcal (A), cd36 (B) and
fatp1 (C) are presented. All mRNA levels were normalized to the geometric mean of 2
reference genes (efla and ubq). Statistical differences in the variability between
measurements are indicated in 3 components: interaction (Int), treatment (Treat) and
lipid (Lip), using two-way ANOVA. Significant differences (p < 0.05) are indicated by
different letters, by Tukey's post hoc multiple comparison test. Abbreviations: ATP-binding
cassette transporter, abcal; cluster of differentiation 36, cd36; fatty acid transport protein 1,
fatp1; elongation factor 1 alpha, efla; ubiquitin, ubq.

155

Aquatic Toxicology 188 (2017) 148-158

factors in the absence of LIP might partly explain the incapability of
TBT and TPT to induce by themselves the typical adipocyte morphol-
ogy.

In this sense, previous publications have highlighted that LIP, as
exogenous source of triglycerides, is required to achieve full adipocyte
differentiation in both rainbow trout (Bouraoui et al., 2008) and
Atlantic salmon (Todorcevic¢ et al., 2010). In contrast to fish, mamma-
lian adipocytes have the capacity to mature in response to a differ-
entiation cocktail but without exogenous addition of lipids. This implies
the endogenous production of triglycerides in a process known as de
novo lipogenesis (DNL). DNL is a complex and highly regulated
metabolic pathway that converts excess carbohydrate into fatty acids
(Ameer et al., 2014). While it has been recently found that the DNL
pathway is active in fish adipocytes, its capacity to convert glucose into
cellular lipids is relatively low compared to mammals (Bou et al.,
2016). Altogether, we can conclude that these particular features of fish
adipocytes, may contribute to the difficulty observed under TBT and
TPT treatments to induce complete adipocyte development.

Despite the difference in DNL capacity, the fundamental mechan-
isms that regulate adipogenesis and lipid metabolism pathways appear
to be conserved between fish and mammals (Flynn et al., 2009; Seth
et al., 2013; Tingaud-Sequeira et al., 2011). During the terminal phase
of adipocyte differentiation, the activation of the transcriptional
cascade, initiated by C/EBPa and PPARy, leads to increased activity
of enzymes involved in triglyceride synthesis and degradation (Moreno-
Navarrete and Fernandez-Real, 2012). In the present study, we
evaluated the expression of several of these adipogenic markers after
TBT and TPT treatments. Both alone and in combination with LIP, these
compounds positively upregulated the mRNA levels of fasn, the product
of which is considered a key enzyme in DNL. Moreover, these
organotins also displayed a tendency to increase abcal, suggesting that
new fatty acid synthesis is enhanced and a positive regulation of
cholesterol efflux occurs. Similar results were found in RTL-W1 rainbow
trout liver cells, where TBT and TPT, increased both fasn and abcal
mRNA levels (Dimastrogiovanni et al., 2015). Collectively, these
findings revealed the adipogenic properties of TBT and TPT and
confirmed their implication on the adipocyte differentiation process
in rainbow trout. In contrast, LIP significantly downregulated the
majority of the genes tested (fasn, Ipl, gapdh, Ixr, pparb and abcal),
which could be secondarily caused by a reduction in lipogenesis due to
the availability of fatty acids in the culture medium. Surprisingly, LIP
also reduced fatpl mRNA levels, which can probably be attributed to a
negative feedback regulation after an increased period of fatty acid
uptake.

After the identification of leptin as a specific adipocyte cell-derived
hormone, numerous studies have clearly established that adipose tissue
produces a range of factors, named adipokines, with important endo-
crine functions and whose secretion is affected by metabolic dysregula-
tion (Deng and Scherer, 2010). Obesogens, such as TBT, have been
shown to modulate leptin levels and expression both, in mice under
prenatal exposure and in ADSCs treated in vitro (Kirchner et al., 2010).
In the present study, LIP upregulated lepal mRNA levels as expected in
an adipogenic context, however no effect was recorded upon TBT or
TPT treatments. One explanation for this lack of effect is that leptin is
expressed in late stages of adipogenesis and in this study, adipocytes
treated with TBT and TPT seemed to be incapable to reach this point.
Furthermore, exposure to organotins together with LIP also caused an
increase in tnfa mRNA levels, suggesting that in our model TBT and TPT
not only induced intracellular lipid accumulation, but also perhaps
increased adipocyte inflammation or other TNFa-related adipocyte
dysfunctions. In a similar way, it has been demonstrated that TNFa
production is enhanced in obese and diabetic individuals (Hotamisligil
et al., 1993; Nieto-Vazquez et al., 2008). Therefore, increased tnfa
expression can be explained by the obesogenic properties of these
compounds.
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Fig. 6. Relative gene expression of genes encoding adipokines in rainbow trout cultured adipocytes. Confluent cells (day 7 of culture) were incubated with differentiation media as a
control (DM), DM plus TBT (100 nM) or DM plus TPT (100 nM), with (+LIP) or without (—LIP) lipid mixture (5 pl/ml) for 24 h. mRNA levels of tnfa (A) and lepal (B) are presented. All
mRNA levels were normalized to the geometric mean of two reference genes (efla and ubq). Statistical differences in the variability between measurements are indicated in 3 components:
interaction (Int), treatment (Treat) and lipid (Lip), using two-way ANOVA. Significant differences (p < 0.05) are indicated by different letters, by Tukey's post hoc multiple comparison

test. Abbreviations: tumor necrosis factor-alpha, tnfa; leptin, lepa.
5. Conclusions and future perspectives

From the present study, we can conclude that the environmental
pollutants, TBT and TPT, have pro-adipogenic effects in primary
cultured adipocytes from rainbow trout. Nevertheless, in contrast to
findings reported in mammals, we found for the first time in fish, that
these compounds do not induce complete differentiation affecting both
adipocyte morphology and most probably functionality. Nonetheless,
further characterization using specific agonists and inhibitors is needed
to elucidate whether PPARy, RXRs or other nuclear receptors are
involved in the pro-adipogenic effects of TBT and TPT in fish
adipocytes. Overall, the present study contributes to improve knowl-
edge on the adipogenic role of obesogens in rainbow trout and suggests
that the use of a primary adipocyte cell culture from this species is a
valuable in vitro tool to estimate the capacity of different compounds
and their combinations to interfere with adipocyte differentiation and
lipid accumulation.
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CHAPTER 5. GENERAL

DISCUSSION






“Seeking means: to have a goal;
but finding means: to be free,

to be receptive, to have no goal”
Hermann Hesse

(Siddhartha)






General Discussion

The importance of adipose tissue in health and disease in both, humans and fish, is beyond
question. In this regard, it has been extensively demonstrated that its dysfunction can lead to
several pathological situations (Garg, 2006). Thus, perhaps because it is obvious that diet
influences its condition, most work has concentrated on the nutritional regulation of adipose
tissue. Nevertheless, it is becoming clear that this view might be an oversimplified approach,
as more factors are regarded to play an important role. This is particularly evident in the case
of obesity, considering that there is no one single cause that completely explains its prevalence.
Indeed, even though the common prescription for weight loss is “Eat less, move more”, it has
been widely proven that genetics and environment are potentially at least as important as

nutrition in this matter (Speakman, 2004).

In this context, and in order to evaluate the influence of nutritional, genetic and environmental
factors on adipose tissue biology and lipid homeostasis in fish, four different experimental trials
have been conducted to provide an integrative view of the modulation of fat depots in these
vertebrates. First, we have examined the potential anti-obesogenic effect of three dietary
antioxidants (caffeic acid, hydroxytyrosol and astaxanthin) in zebrafish larvae, and rainbow
trout in vivo and in vitro models, with special focus on adiposity dynamics, and their
involvement in modulating adipogenesis through the PPARy signaling pathway (Article I).
Next, we have also investigated the metabolic consequences of feeding rainbow trout
broodstock with different dietary methionine levels, on several metabolism-related genes
expression in the offspring subjected to the same diets (Article II). Moreover, we provide new
information on the regulation of lipid metabolism and oxidative stress at a transcriptional level
in two experimental rainbow trout lines genetically selected for high or low muscle fat content
and subjected to food deprivation (Article III). Finally, in order to better understand how
adipocyte differentiation can be affected by external compounds, we have evaluated the
obesogenic potential of two environmental pollutants (the trisubstituted organotins TBT and
TPT) by studying adipocyte development and lipid homeostasis in primary culture rainbow

trout preadipocytes (Article IV).

5.1 NUTRITIONAL REGULATION OF LIPID HOMEOSTASIS

5.1.1 Anti-obesogenic properties of vegetal antioxidants

Throughout history, natural products from plants and their derivatives have been a rich source

of bioactive compounds for drug discovery, with important applications in human health and
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agronomic purposes. Some of these compounds, so-called phytochemicals, have recently drawn
attention for their potential health benefits in preventing fat deposition while improving insulin
resistance and obesity-related symptoms (Mukherjee et al., 2015); therefore, are regarded as
anti-obesogenic. In this context, we have examined the potential anti-obesogenic properties of
three well-known antioxidants mainly present in red wine (caffeic acid, CA), olive oil
(hydroxytyrosol, HT) and marine algae (astaxanthin, ATX), selected for their capacity to
modulate adiposity dynamics in mammals (Article I). Specifically, CA is widely available in
plants, fruits and vegetables (i.e. thyme, grapes and cinnamon) and is considered the major
dietary hydroxycinnamic acid in human diet. It has a variety of potential pharmacological
effects including antioxidant (Giilgin, 2006), anticancer (Rajendra Prasad et al., 2011) and anti-
inflammatory properties (Chao et al., 2010). In addition, positive effects in the prevention of
diet-induced hyperlipidemia and obesity in C57BL/6 mice have been reported (Liao et al.,
2013). On the other hand, HT, which is present in olive leaves and olive oil, shows a wide
spectrum of biological properties due mainly to its strong antioxidant capacity (Fernandez-
Bolafios et al., 2012). Furthermore, in vitro studies have shown HT reduces adipocyte
hyperplasia and hypertrophy, as well as TAG content by down-regulating adipogenesis-related
genes in mouse 3T3L-1 and C3H10 T1/2 adipocyte lines (Drira et al., 2011; Warnke et al.,
2011). Finally, ATX is a natural red carotenoid pigment found in a wide variety of organisms
including krill and algae. Its antioxidant (Dose et al., 2016; Régnier et al., 2015) as well as anti-

obesogenic properties (Ikeuchi et al., 2007) have been extensively reported in mammals.

As outlined in the introduction, the zebrafish model possesses many particular features such as
external development and optical transparency from fertilization through the onset of
adulthood, which permit in vivo imaging of dynamic cellular events during growth, including
adipose tissue formation (Minchin and Rawls, 2016). In the present work, we used the Zebrafish
Obesogenic Test (ZOT) protocol (Tingaud-Sequeira et al., 2011) to first evaluate the ability of
CA, HT and ATX to modulate zebrafish larval adiposity in vivo. Our results showed that only
CA and HT caused a significant reduction in the fat content of zebrafish larvae, in agreement
with previous studies that reported positive effects of CA (Liao et al., 2013) and HT (Cao et al.,
2014) in the prevention of diet-induced hyperlipidemia and obesity in mice. However, and even
several studies have supported the hypothesis that ATX supplementation reduces body weight
and fat accumulation in mice (Arunkumar et al., 2012), this phytochemical did not modify the
adiposity level in zebrafish. This lack of effect has been also reported in humans (Res et al.,

2013), and to some extent could be attributed to the differences of ATX uptake or action
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depending on the species (Dsterlie et al., 2000), or on tissue and cell-type (Inoue et al., 2012),

respectively.

In mammals, subcutaneous and perivisceral fat depots are shown to respond to external stimuli
in a different way. Adipocytes in perivisceral adipose tissue are sensitive to lipolytic stimuli
and the first to mobilize fat resources upon necessity, whereas those from subcutaneous depots
do not release stored lipids easily, as they have instead a more important structural and thermal
isolation role (Bjerndal et al., 2011; Fisher et al., 2002). Besides, insulin and estrogens are
thought to increase subcutaneous adipose tissue mass, while perivisceral adipose tissue seems
to be more responsive to glucocorticoids (Mattsson and Olsson, 2007). In the present work, CA
exhibited stronger anti-obesogenic effects in the head region of zebrafish larva, while HT
affected both the head and visceral regions. On the light of these results it is tempting to
conclude that these compounds may have different capacities reducing fat accumulation
depending on the adipose tissue depot; however, further experiments are needed to demonstrate
if they have a specific-depot target or these differences can be attributed to their intrinsic

different potency.

In the recent years, significant attention has been paid to the role of PPARY in obesity and
related diseases (Kadowaki et al., 2002) due to its referred importance in the regulation of
adipogenesis (Spiegelman et al., 1997). Synthetic PPARy antagonists such as GW9662 have
been shown to prevent high-fat diet-induced obesity (Nakano et al., 2006). However, agonists
like rosiglitazone (RGZ), which are commonly used as insulin sensitizers for treating type II
diabetes and hyperglycemia (Grygiel-Gorniak, 2014), can cause detrimental side effects, such
as weight gain and adipose tissue inflammation (Hussein et al., 2004). Hence, targeting PPARYy

for therapeutic uses must be considered carefully.

The obesogenic role of RGZ has been previously reported in zebrafish (Tingaud-Sequeira et
al., 2011). In that study, RGZ prevented adiposity loss in zebrafish larvae fed with a standard
diet and even increased adiposity and lipid droplet size on a high-fat diet background.
Moreover, this effect was completely abolished by the PPARY antagonist TO070907, suggesting
a clear involvement of this transcriptional factor in adipocyte hypertrophy. In this regard, our
results revealed that CA and HT abolished as well, the RGZ-induced obesogenic effect in
zebrafish larvae, in agreement with the PPARYy antagonist effect of these compounds reported

in mice (Drira and Sakamoto, 2014; Liao et al., 2013).
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In order to have a closer look into the potential effect of CA and HT blocking PPARY signaling,
further investigations using primary-cultured rainbow trout adipocytes were performed. In such
system, similar results were found, since CA and HT successfully counteracted the PPARy
protein expression signal induced by RGZ. However, this effect was not observed at a
transcriptional level suggesting that the anti-obesogenic effect of CA and HT may be mediated
by post-transcriptional mechanisms. Overall, our findings indicate that the decrease in zebrafish
larval adiposity along with the observed reduction on lipid accumulation in rainbow trout
adipocytes caused by CA and HT treatments might be mediated through PPARY inhibition.
Nonetheless, it is important to note that with the present results we cannot assure that CA and
HT function as direct PPARy antagonists in our teleost models, since further characterization

using specific inhibitors is needed.

Even though PPARY actions are mainly related to adipose tissue, its modulation also exerts an
impact on whole-body metabolism. In mammals, this transcription factor regulates the
expression of numerous genes involved in lipogenesis and fatty acid uptake, including fatty
acid synthase (fasn), lipoprotein lipase (/pl), fatty acid transporters (fatps) and the fatty acid
translocase also called cluster of differentiation (cd36) (Kadegowda et al., 2009; Lim et al.,
2006; Mishima et al., 2011). Although less information concerning the regulatory role of
PPARy on lipid metabolism related-genes is available in fish, the anti-obesogenic effect
observed in our models by CA and HT may also involve a transcriptional regulation of these

markers.

Precisely, the in vivo administration of these two antioxidants to rainbow trout affected the
mRNA levels of adipogenic and B-oxidation genes in liver and adipose tissue. HT treatment
decreased fasn mRNA levels in adipose tissue in agreement with reported studies in 3T3-L1
adipocytes (Tutino et al., 2016). However, the adipose triglyceride lipase pnpla? was also
down-regulated, which is indicative of decreased lipolysis, suggesting that the anti-obesogenic
effects of HT in rainbow trout might be linked to reduced lipogenesis instead of increased
lipolytic activity. This down-regulation of pnpla? gene expression might be also explained as
a compensatory mechanism to counteract a hypothetic previous lipolytic action of this
compound. Moreover, in line with this assumption, the increased acs// mRNA levels observed,
suggest that HT might activate B-oxidation as well. In this context, despite the fact that
enhanced acsl/l expression is traditionally believed to take part in TAG synthesis, several
studies in mammals have revealed a possible function related to the -oxidation of FA (Li et al.

2009; Ellis et al. 2010), which could support our hypothesis. Nevertheless, no differences were
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observed concerning the mRNA levels of two well-known indicators of fatty acid B-oxidation
(hoad and pparb). Furthermore, HT (slightly) and CA (significantly) up-regulated [/p/
expression in liver, indicating increased TAG breakdown, supporting the reduced TAG plasma
levels in these fish. Nonetheless, it should be noted that some of our conclusions are based on
transcriptional results while no protein expression nor enzymatic activity has been measured;

therefore, such results must be interpreted carefully.

Overall, the current findings provide new information on the anti-obesogenic role of CA and
HT, highlighting their potential application in alternative therapies for the treatment of obesity

and as dietary additives to optimize adiposity in farmed animals.

5.1.2 Dietary methionine deficiency in rainbow trout

With the continued growth of aquaculture, significant attention has been focus on fish nutrition,
due to its important impact on both productivity and the sustainable development of this
industry. Feeding fish with unbalanced diets not only affects growth and food conversion rates,
but also increases susceptibility to disease (Oliva-Teles, 2012). Specifically, unbalanced amino
acid diets can induce lipid metabolic alterations in adipose tissue (Albalat et al., 2005). As
described in the introduction section, intensive fish farming has traditionally relied on the use
of fish meal and fish oil for fish feed formulation. However, due to regulatory measures on
fishing and the consequent increased price of these ingredients, the use of alternative raw
materials has been proposed essential for the sustainable development of aquaculture. Apart
from the recent trend in investigating new dietary plant ingredients with desirable properties
for aquaculture production (Article I), plant products have been traditionally used as alternative
sources of protein in fish feeds (see Boonyaratpalin, 2015). Nevertheless, it has been shown
that plant ingredients often present altered amino acid profiles and should be complemented
with crystalline amino acids (Espe et al., 2012) in order to reach the nutritional requirements of

each species (NRC 2011).

Methionine (Met) is an essential amino acid implicated in protein synthesis and the regulation
of lipid metabolism (Lovell, 1989). Recent studies in rainbow trout have shown that Met
restriction cause some glucose and lipid metabolism dysregulations (Craig and Moon, 2017;
Skiba-Cassy et al., 2016) that can have long-term consequences on physiological functions in
the offspring (Fontagné-Dicharry et al., 2017). This phenomenon, known as nutritional

programming, has been largely studied in mammalian models (Rando and Simmons, 2015;
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Ward et al., 2016) and also several studies have been reported in fish (Balasubramanian et al.,
2016; Izquierdo et al., 2015), and is thought to be driven by epigenetic mechanisms.
Interestingly, it has been shown that this parental epigenetic programming can be reversible
through Met supplementation in the offspring (Weaver et al., 2005), suggesting a possible
interaction between parental and early-life nutritional events. In this context, we have
performed a trial aiming to evaluate the metabolic effects of parental and offspring dietary Met
deficiency on rainbow trout, with special focus on several genes involved on the regulation of
glucose, cholesterol and lipid metabolism (Article II). This study is particularly interesting for
the present thesis, as it is an example of the metabolic consequences of an interaction between

nutritional and genetic factors.

Our results revealed that feeding for 3 weeks from first feeding a Met deficient diet appears to
enhance lipogenesis in trout fry, as reflected by fasn, sterol regulatory element-binding protein
(srebpl) and liver x receptor (Ixr) increased mRNA levels. A similar positive effect of Met
deficiency on lipogenesis was also found in Atlantic salmon, where suboptimal dietary Met
levels increased liver weight as a result of enhanced hepatic FAS activity and TAG
accumulation (Espe et al., 2010). In contrast, previous studies in juvenile trout showed no
effects on lipogenic genes when fed with Met deficient diets (Skiba-Cassy et al., 2016),
suggesting that very early stages might be more sensitive to dietary amino acid deficiencies,
especially Met. In line with this argument, a study performed in rats demonstrated that Met
restriction reduces muscle and hepatic TAG when initiated after weaning but not when initiated

in six month old rats (Hasek et al., 2013).

Moreover, early dietary Met deficiency also enhanced the expression of genes involved in
cholesterol elimination (cyp7A41, ugtlA3 and abcg8) and efflux (abcgl and abcal), while no
effect was observed in cholesterol synthesis (hmgcs, hmgcr, cyp51 and dhcr7) and
gluconeogenic genes (g6pca, gbpcbl, gbpcb2 and pck?2). These results are in agreement with
the increased mRNA levels of /xr, which is identified as a major regulator of cholesterol
metabolism targeting the genes previously cited involved in cholesterol turnover (Lehmann et
al.,, 1997; van der Veen et al., 2009; Venkateswaran et al., 2000; Verreault et al., 2006).
Altogether, these data suggest that early dietary Met deficiency promotes hepatic cholesterol
elimination and efflux in rainbow trout fry through the activation of the transcription factor
LXR. Furthermore, increased ugtl/a3, abcg8 and pck2 expression in trout fry from parents fed
Met deficient diets supports the hypothesis of a developmental programming of glucose and

lipid metabolism by means of broodstock nutrition, as previously suggested (Balasubramanian
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et al., 2016). Similarly, in mammals, it has been shown that protein restriction could lead to
dysregulated expression of hepatic gluconeogenic genes, such as g6pc and pck in the offspring,
through modulation of LXR (Vo et al., 2013), highlighting the important role of this

transcription factor in nutritional programming of hepatic gluconeogenesis.

In summary, the present results confirm the involvement of dietary Met restriction on
modulating lipid, cholesterol and glucose metabolism in rainbow trout fry and provide novel
insights into the hypothesis of the influence of parental nutrition on the metabolic outcome in
the offspring. However, in order to demonstrate whether these effects can be attributed to
epigenetic regulation, further studies such as DNA and/or histone methylation at the promotor

of the concerned genes, must be performed.

5.2 GENETIC DETERMINANTS OF FAT DEPOSITION

5.2.1 Metabolic strategies of divergent rainbow trout lines for muscle fat

Genetic selection for economically relevant traits has been a common practice for many years
in aquaculture industry. In salmonids, whole body and especially muscle adiposity are
remarkable attributes, due to their importance in fillet yield and palatability. Thus,
understanding the mechanisms of fat deposition and allocation in these farmed species are
particularly interesting. As depicted in the introduction, one key model to achieve this purpose
is that of the two divergent rainbow trout lines selected for muscle fat content. Previous studies
have shown significant differences in the regulation of glucose and lipid metabolism between
the two lines (Kolditz et al. 2008; Kamalam et al. 2012). In particular, increased lipogenic
potential in the fat line (FL) was suggested as a key mechanism responsible for its high muscle
adiposity (Jin et al. 2014). In fact, it was reported that the ability to synthesize lipids through
de novo lipogenesis in the liver of FL fish was greater than that of the lean line (LL) (Kamalam
etal., 2013). In addition, the FL fish presented a higher capability to metabolize glucose. In this
regard, we have examined the likely differential metabolic regulation of these trout lines, with
special focus on the transcriptional cross-talk between adipose tissue and white muscle in

response to food deprivation (Article III).

These fish lines, despite being designated as fat and lean in terms of muscle adiposity, show
differences in lipid content among fat depots, indicating that regulatory mechanisms are in play
to keep similar levels of total lipid storage. In the present study, lower white muscle fat reserves

of the LL fish appear to be compensated by greater visceral fat stores, in agreement with data
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on earlier generations (Kolditz et al., 2008). In contrast, liver does not appear to be affected as
we found that the liver somatic index (LSI) did not differ between the two genotypes, supporting
the hypothesis that adipose tissue and muscle are the main depot-targets of this selection
process. Moreover, the higher circulating TAG and non-esterified fatty acid levels found in FL
fish suggest an increased dietary lipid uptake and supply to muscle according to its fattier

selection compared with the LL fish.

As commented, previous studies have revealed differential transcriptomic and also proteomic
regulation in liver and white muscle between genotypes; however, in spite of being the major
site of energy storage and shown to be influenced by the breeding selection, no information is
available on the transcriptomic regulation of adipose tissue in these trout. In this regard, gene
expression results showed enhanced fasn mRNA levels in both adipose tissue and white muscle
of the FL compared to the LL fish, altogether suggesting an increased lipogenic capacity in this
line as previously reported in liver (Jin et al., 2014b; Skiba-Cassy et al., 2009), and highlighting
the possible contribution of adipose tissue to the FA synthesis the novo. On the other hand, Ip/
mRNA levels were higher in white muscle of FL than LL fish, suggesting increased TAG
incorporation in this tissue from the circulation. Overall, these results refer to earlier findings
that showed up-regulated fat/cd36 and vidl expression (Kolditz et al., 2010), in agreement with

our hypothesis of increased fat uptake in the FL muscle.

Apart from these differences in metabolism under normal conditions, FL and LL fish have been
reported to differ in muscle and hepatic intermediary metabolism upon changes in dietary
factors such as carbohydrate or lipid inclusion. Compared to LL, the FL fish presented lower
postprandial plasma glucose levels (Skiba-Cassy et al., 2009) and higher lipogenic potential
with an increase in dietary carbohydrate intake (Kamalam et al., 2012), indicating a better
ability of this line to metabolize and store glucose. Moreover, the FL fish also exhibited reduced
hepatic FA oxidation and enhanced glycolysis in liver and muscle when fed with a high-fat diet
(Kolditz et al., 2008b), overall indicating the suitability of these lines to study dietary
manipulations. Hence, our hypothesis is that they might also follow different strategies to cope

with food deprivation, especially concerning adipose tissue and white muscle responses.

Thus, we evaluated the effect of normal feeding conditions compared to 1, 2 or 4 weeks of
fasting in the two lines. In contrast to mammals, fish can experience prolonged periods of
fasting and metabolize large quantities of energy reserves without physiological damage

(Navarro and Gutiérrez, 1995; Wieser et al., 1992). Both lines mobilized liver and visceral fat
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reserves in a similar manner in response to fasting, while only the FL fish utilized muscle lipids
to fulfill energy requirements, indicating a marked differentiation in energy deposition routes
between the two lines. Besides, after one week of fasting, TAG plasma levels drastically
decreased in the FL fish while a significant increase was found in the LL fish. These changes
suggest that the FL fish might utilize the circulating TAG as a primary source of energy,
whereas the LL fish first mobilize these products from fat reserves (in adipose tissue or liver),
increasing their plasma levels for delivery to other tissues such as muscle. However, this
tendency did not continue with prolonged fasting (2 or 4 weeks), where circulating TAG
decreased in both fish lines, confirming that the different strategies in lipid mobilization are
mainly observed with short-term fasting. Similarly, several studies have reported that even
though fasting usually decreases TAG in plasma (Pérez-Jiménez et al., 2007), the mobilization
of lipids during such periods might differ depending on the length of fasting, showing steady

or even a significant increase of circulating TAG at the early stages (Echevarria et al., 1997).

Concomitant with the observed changes in plasma TAG levels, fasn transcripts abundance in
adipose tissue decreased progressively with fasting in the FL, while LL fish showed a slightly
increase after 1 week of fasting. On the other hand, in white muscle, fasn and /[p/ mRNA levels
of the FL fish decreased right after 1 week, while no effect was observed in the LL fish, in
agreement with the decreased lipid content of the former fish line in response to fasting.
Peroxisome proliferator-activated receptor beta (pparb) mRNA levels in adipose tissue
decreased at the beginning of fasting in both lines, whereas in white muscle, increased
especially in the FL fish, indicating a differential regulation fatty acid oxidation between
tissues. In addition, a differential regulation between tissues was also observed in hormone
sensitive lipase (/ipel) mRNA levels of the LL fish, being this down-regulated with fasting in
adipose tissue and progressively increased in white muscle. This up-regulation of white muscle
lipel expression might indicate increased lipolytic activity, even though changes in muscle lipid
content were not observed. However, in adipose tissue the results might indicate the
involvement of another lipolytic enzyme responsible for the fat mobilization in this tissue.
Furthermore, the elevated expression of mel, which codes for an enzyme that generates
NADPH for fatty acid biosynthesis, in the adipose tissue of LL trout after a 4-week fasting,
could agree with a regulatory mechanism to maintain visceral fat levels, although this was not
accompanied by increases in fasn expression. Again, we should bear in mind that these

assumptions are based on transcriptional results, which despite giving an interesting overview
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of the metabolic status of these lines in response to fasting, might not completely reflect the

enzymatic regulation during this process.

Recent studies have demonstrated different leptin system profiles between the two genotypes
(Gong et al. 2016; Johansson et al. 2016), however, in our study only minor differences were
observed between lines in the expression of adiponectin (adipoq) and its receptors (adiporl and
adipor?) suggesting that this system is not differentially regulated at transcriptional level in LL
and FL fish, at least at the present conditions. During fasting, an inverse relation was found
between adipoq and its receptors mRNA levels in white muscle, as previously reported in this
species (Sanchez-Gurmaches et al., 2012). Nevertheless, even though in the later study adipog
mRNA levels increased along with fasting in adipose tissue, we only found an up-regulation in
the FL fish after 4 weeks, suggesting that the genetic selection may have impaired the adipog

regulation in this tissue.

Long periods of fasting can increase oxidative stress in terms of reactive oxygen species (ROS)
production (Zhang et al., 2007, Zhang et al., 2008). Our results showed a reverse expression
pattern of several oxidative stress genes in response to fasting between adipose tissue and white
muscle, supporting the tissue-specific regulation suggested in the case of lipid metabolism as
well. In adipose tissue, mRNA levels of the majority of the genes studied, decreased throughout
the fasting period while in the white muscle displayed a rapid predisposition to increase,
indicating a higher protective effect in this latter tissue as a response mechanism to increased
oxidative damage. This assumption relies on the importance of maintaining structural proteins
through primarily avoiding negative ROS effects in muscle tissue (Barbieri and Sestili, 2012).
Thus, the up-regulation in gamma-glutamyl-cysteine synthetase (gcs), hydroperoxide
glutathione peroxidase (phgpx) and thioredoxin reductase (#7) expression in the white muscle
of the FL fish after 1 week of fasting, might be driven to counteract excessive ROS damage in
this tissue. These results are in agreement with the increased MDA production in the white
muscle of this line, indicating an increased lipid peroxidation in comparison to the LL. On the
other hand, the lower gpx/ mRNA levels in non-fasted FL compared with the LL fish, suggest
a minor production of ROS derived from fatty acid oxidation, as previously reported (Kolditz
et al., 2008b). Moreover, in adipose tissue, the decreased mRNA expression of sod and phgpx
in both lines might be explained by the reduction of fat mass in response to fasting. However,
gcs and tr mRNA levels in this tissue, increased after 4 weeks of fasting in the FL. compared to
the LL fish, indicating that ROS production and/or its oxidative potential in the latter may have

stronger effects after prolonged fasting.
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The present findings indicate that rainbow trout selected for low (LL) or high (FL) muscle
adiposity present genotype-specific metabolic regulation, highlighting their divergent coping
mechanisms in response to fasting. In particular, the FL fish showed improved lipogenic
capacity both in adipose tissue and white muscle, and mainly mobilized muscle reserves during

fasting.

5.3 ENVIRONMENTAL OBESOGENS

5.3.1 Adipogenic role of organotins in rainbow trout

The idea that environmental chemicals could be contributing to obesity through direct actions
in adipose tissue development has garnered increased attention in the recent years. These
chemicals interfere with complex metabolic pathways impairing hormonal signaling and lipid
homeostasis (Heindel et al., 2015; Holtcamp, 2012; Janesick and Blumberg, 2016). As
previously mentioned, tributyltin (TBT) and triphenyltin (TPT), have been identified as
obesogenic compounds with a proven toxicity risk to humans and non-human organisms. Given
its important role in regulating adipogenesis and lipid homeostasis, several studies have been
performed using mammalian adipose tissue derived cell lines (i.e. 3T3L-1) and primary cultures
(reviewed in Janesick & Blumberg 2012). Indeed, those studies demonstrated that TBT and
TPT function as pro-adipogenic compounds promoting differentiation of pre-adipocytes into
mature adipocytes, increasing hyperplastic expansion of adipose tissue. However, it has been
recently reported that the adipocytes generated by these compounds, could be non-functional
and might display an altered phenotype (Regnier et al., 2015). Despite the reported evidences
in mammals, no studies have previously investigated the effects of these obesogens in fish
adipocyte models, and only little information is available about their ability to modulate whole-
body adiposity in fish (Lyssimachou et al., 2015; Meador et al., 2011; Ouadah-Boussouf and
Babin, 2016). In this framework, we have evaluated for the first time in an in vitro fish adipocyte
model, the potential obesogenic effects of TBT and TPT on adipocyte development and lipid

metabolism in rainbow trout (Article IV).

In the recent years, in vitro cell culture models from fish species have been commonly used to
study lipid metabolism and adipogenesis (Bouraoui et al., 2008; Vegusdal et al., 2003;
Salmeron et al., 2015). Like in mammals, the fundamental regulatory mechanism for adipose
tissue formation in fish, is based on the alternative balance between cell proliferation and

differentiation. Proliferation is generally enhanced at early adipogenic stages (pre-adipocyte
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cells), while at the differentiation phase (see 1.2.3), it is consequently reduced. In this regard,
previous studies revealed that TBT exposure decreases proliferation capacity of adipose-
derived stromal stem cells in mice, suggesting a likely compensation of the increase in
differentiation (Kirchner et al., 2010). In our study, TBT and TPT treatment caused slightly
lower values on cell proliferation as their concentration increased, in agreement with the
adipogenic role of these compounds. However, the observed dose-dependent tendency to
decrease cell viability, together with nuclei morphology changes as well as the reduction in
nuclear area factor, indicate that high doses (I uM) of these compounds might also induce
apoptosis as previously described in rodents (Lee et al., 2012). Therefore, in order to test the
potential pro-adipogenic capacity of these compounds we used the highest concentration (100

nM) without any detrimental effect in the adipocytes for the following experiments.

As described in the introduction, adipogenesis is a complex multi-step process that regulates
the differentiation of fibroblast-like pre-adipocytes into spherical adipocytes filled with lipid
droplets. The induction of these changes is ultimately attributed to the sequential activation of
several transcription factors, including C/EBPa and PPARYy (Lefterova and Lazar, 2009; Lowe
et al., 2011; Rosen et al., 2002). Thus, stimulation of these transcription factors lead to the
consequent differentiation of adipocyte cells. In this regard, many studies have demonstrated
that TBT and TPT, function in a similar manner as other PPARY/RxR agonists, such as RGZ or
troglitazone, to promote adipocyte differentiation (Harada et al., 2015; Li et al., 2011; Pereira-
Fernandes et al., 2013). In the present study, both TBT and particularly TPT, induced lipid
droplet formation, in agreement with their proposed pro-adipogenic role in mammals. However,
cells retained a fibroblast-like shape, in comparison to the typical round adipocyte phenotype
induced by lipid mixture treatment (LIP). In addition, even though immunofluorescence and
Western blot results revealed that TBT and TPT slightly induce C/EBPa and PPARY protein
expression, these effects were higher when using LIP. Overall, the lack of complete activation
of these two transcription factors in the absence of LIP might partly explain the incapability of
TBT and TPT to induce by themselves the typical mature adipocyte morphology, indicating
that these compounds initiate adipogenesis but are not capable to promote complete adipocyte

differentiation in our model.

Previous studies using fish adipocyte models have highlighted that addition of an exogenous
source of lipids, is required to achieve full adipocyte differentiation (Bouraoui et al., 2012;
Todorcevi¢ et al., 2010). In contrast to fish, mammalian adipocytes have the capacity to undergo

differentiation and initiate the transcriptional cascade that determines the fate of adipocyte
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precursor cells without outer addition of lipids, suggesting an endogenous production of TAG
through activation of DNL. As outlined in section 1.2.4, the ability of fish to convert glucose
into cellular lipids is relatively low compared to mammals (Bou et al., 2016), leading to the
conclusion that these particular features of fish adipocytes, may also explain the difficulty
observed under TBT and TPT treatments to induce complete adipocyte development. On the
other hand, previous studies demonstrated that TBT has obesogenic properties in zebrafish
larvae, increasing adiposity through enlarged adipocyte hypertrophy (Ouadah-Boussouf and
Babin, 2016; Tingaud-Sequeira et al., 2011). Thus, taking into account our findings, this
increased lipid accumulation in zebrafish adipocytes might also imply a hypothetic upregulation
of lipogenesis in other tissues in addition to than adipose tissue, such as the liver. Nevertheless,
further studies comparing in vivo and in vitro scenarios are needed in order to completely

address this possibility.

Furthermore, most of the studies investigating the obesogenic properties of these organotins
have been focused on their role in regulating fat accumulation and their ability to induce
adipocyte differentiation through PPARYy signaling without paying attention to the ulterior
metabolic and phenotypic consequences of this activation. Nevertheless, it has been reported
that 3T3-L1 adipocytes generated by induction with different PPARY agonists exhibit dissimilar
phenotypes and might affect adipose tissue functionality, and global energy homeostasis
(Regnier et al., 2015). This study revealed that while both troglitazone and TBT stimulated
pparg mRNA levels and induced similar lipid accumulation, the adipogenic genes tested were
responsive to troglitazone but not to TBT, indicating that adipocytes generated by different
PPARy activators are not equal and therefore, might display different adipogenic expression

patterns.

Similarly, in the present study the most relevant effects were produced by LIP while only few
alterations were caused by the organotins. LIP treatment significantly downregulated the
majority of the genes tested including fasn, gapdh and Ixr, which could be secondarily caused
by a reduction in lipogenesis due to an incorporation of fatty acids from the culture medium. In
contrast, TBT and TPT increased fasn mRNA levels in comparison to LIP, and slightly
enhanced abcal mRNA levels, especially when combined with LIP, altogether suggesting an
increased fatty acid synthesis and a positive regulation of cholesterol efflux. In line with these
arguments, these organotins significantly upregulated fasn and abcal mRNA levels in RTL-
WI rainbow trout liver cells (Dimastrogiovanni et al., 2015), supporting the hypothesis that

these compounds have pro-adipogenic properties in this species. Nevertheless, as mentioned
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above, this possible induction of lipogenesis was not enough to induce a mature adipocyte
phenotype in our model. Furthermore, whereas TBT and TPT did not exert any effect on lepal
mRNA levels, LIP significantly upregulated its expression as expected in an adipogenic
context. In contrast, previous studies in mammals have shown that, obesogens, such as TBT,
successfully increased leptin expression in human and mice adipose-derived stromal cells
treated in vitro (Kirchner et al., 2010), indicating once again marked differences between the
actions observed in rainbow trout cells and those observed in mammalian models. One
explanation for this lack of effect is that leptin is expressed in late stages of adipogenesis and
in our study, adipocytes treated with TBT and TPT seemed to be incapable to reach this point.
In addition, when TBT and TPT were incubated together with LIP also increased tnfa mRNA
levels, suggesting that in our model, TBT and TPT, not only induced intra-cellular lipid
accumulation, but also perhaps increased adipocyte inflammation or other TNF-related
adipocyte dysfunctions as previously suggested in mammals (Hotamisligil et al., 1993; Nieto-

Vazquez et al., 2008).

In conclusion, the present results indicate that the environmental pollutants, TBT and TPT, have
pro-adipogenic effects in primary cultured adipocytes from rainbow trout, but do not induce
complete differentiation affecting both adipocyte morphology and most probably functionality.
These results diverge from the current findings in most mammalian studies where both
compounds promote fully differentiated adipocytes, and suggest species-specific differences in
response to these organotins. Furthermore, the current study contributes to improve knowledge
on the adipogenic role of these obesogens in rainbow trout and indicate that further studies are
needed to fully elucidate the biological meaning of such particular regulation in rainbow trout

adipocytes.
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Conclusions

1. The natural antioxidants caffeic acid (CA) and hydroxytyrosol (HT) display in vivo anti-
obesogenic properties in zebrafish, decreasing larval adiposity in a specific fat-depot manner.
In addition, both compounds successfully counteract the obesogenic effect of rosiglitazone
(RGZ), indicating a potential antagonism of PPARY signaling pathway. Contrarily, astaxanthin

has no effect in modulating fat storage in zebrafish larvae.

2. CA and HT decrease lipid accumulation and PPARYy protein expression in rainbow trout
primary cultured adipocytes, supporting our previous findings in zebrafish. Moreover, HT
reduces plasma triglycerides and the mRNA levels of the fasn adipogenic gene in adipose tissue
in rainbow trout in vivo. These results validate the use of these fish models for screening dietary
compounds with potential ability to modulate adipose tissue dynamics to be applied in

aquaculture and human nutrition.

3. Early dietary methionine restriction increases the expression of lipogenic and cholesterol
metabolism-related genes in rainbow trout fry, suggesting an effect in hepatic intermediary
metabolism and confirming previous information about methionine requirements in this

species.

4. Parental methionine deficiency affects the expression of several key metabolic factors in the
offspring, indicating that broodstock methionine supply has an impact on progeny performance,
supporting the hypothesis of nutritional programming in fish. These results provide new
insights into the influence of parental nutrition and may help to design novel dietary approaches

for aquaculture industry.

5. Rainbow trout selected for low (LL) or high (FL) muscle adiposity present genotype-specific
regulatory mechanisms in muscle and adipose tissue at a transcriptional level concerning lipid

metabolism, suggesting increased lipogenic capacity and fatty acid uptake in the FL fish.

6. The genetic background influences the metabolic responses of the two rainbow trout lines,
which follow different strategies to cope with food deprivation. Moreover, oxidative stress
genes expression in both fish lines show a different pattern between tissues upon fasting,

probably indicating a higher protective effect in muscle.

7. Tributyltin (TBT) and triphenyltin (TPT) initiate adipogenic differentiation of primary
cultured adipocytes from rainbow trout, inducing lipid accumulation and slightly modulating

activation of PPARy and C/EBPa expression.
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8. These organotins however, has been demonstrated for the first time in fish that do not induce
complete adipocyte differentiation, since they impair normal adipocyte morphology and most

probably functionality.

9. Overall, the present thesis demonstrates that nutritional, genetic and environmental factors
influence adipose tissue development and lipid homeostasis in fish, and provide novel insights
into the regulation of fat deposition in zebrafish and rainbow trout models, with potential

applications in both, aquaculture and biomedical research.
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M. Esmail Lutfi Royo was invited to join my laboratory, from March 18 to July 15 and from
August 11 to September 10, 2014 through a collaborative research project engaged with Pr.
Isabel Navarro from the Departament de Fisiologia i Immunologia, Facultat de Biologia,
University of Barcelona, Spain. This project was entitled “Identification of new obesogenic
molecules targeting adipocyte by using the zebrafish obesogenic test (ZOT)”. This test was
previously developed in our laboratory and Esmail used this test to evaluate the anti-
obesogenic activity of some bioactive compounds of plant origin. It has been demonstrated
the anti-obesogenic activity of caffeic acid (CA) and hydroxytyrosol (HT) in vivo. These
compounds were able to counteract the obesogenic effect produced by the peroxisome
proliferator-activated receptor gamma agonist, rosiglitazone. Further experiments performed
in Isabel Navarro’ lab demonstrated this anti-obesogenic activity on trout adipocyte cultured
cells and some effects were also retrieved in the adipose tissue of HT-injected rainbow trout.
In vitro and in vivo approaches demonstrated the anti-obesogenic potential of CA and HT on
teleost fish models that may be relevant for studying their molecular mode of action.

Esmail did a very productive job within our laboratory and in the months that followed, which
allowed the formalization of a scientific publication in PLOS ONE that will undoubtedly date in
our field of research (Lutfi E, Babin PJ, Joaquim Gutiérrez J, Capilla E, Navarro I. Caffeic acid
and hydroxytyrosol have anti-obesogenic properties in zebrafish and rainbow trout models.
PLOS ONE, in press, 2017). This work was nicely complemented by a recently published
work (Lutfi E et al., Aquat Toxicol. 188:148-158, 2017) also Esmail as a first author. Esmail is
now obviously ready to defend his PhD thesis.

Sincerely,

Professor Patrick J. Babin

Rare Diseases: Genetics and Metabolism
University of Bordeaux, INSERM U1211, France
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From 21 of August 2015 to 18 of December 2015, | had the pleasure to supervise Esmail Lutfi Royo
within the research unit "Nutrition, Metabolism, Aquaculture" from the National Institute for
Agronomic Research (INRA} in Saint Pée sur Nivelle, France. Esmail has joined our research unit in
order to perform an internship abroad during his PhD.

During his stay in France, Esmail has worked on an experiment performed in the framework of the
ARRAINA FP7 European project. The objective of this study was to determine in rainbow trout
{Oncorhynchus mykiss), the effect of feeding broodstock with a methionine deficient diet on the
response of several metabolism- and growth-related genes and proteins in offspring subjected to
different dietary methionine levels (deficient or adequate).

Esmail has obtained original and interesting results that have been valued in a peer reviewed article.
Seiliez, I. ; Vélez, E. J. ; Lutfi, E. ; Dias, K. ; Plagnes- Juan, E. ; Marandel, L. ; Panserat, S. ; Geurden, |. ;
Skiba-Cassy, S. Eating for two: Consequences of parental methionine nutrition on offspring
metabolism in rainbow trout (Oncorhynchus mykiss). Aquaculture, 2017, 471 : 80-91.

During his internship, Esmail has improved his scientific skills in nutrition and metabolism as well as

his expertise in molecular biology methods. Esmail was serious and dynamic; he became quickly
autonomous in the lab and was highly appreciated by all.

=

Sandrine Skiba, INRA Research Director, PhD

Aquapdle, INRA, Quartier Ibarron, 64310 Saint-Pée-sur-Nivelle, France
Tel: +33 (0)5 59 51 59 51 - Fax: +33 (0)5 59 54 51 52
Tél. direct : +33 (0) 5 59 51 59 93- mail: sandrine.skiba@inra.fr — http ://wwwb.bordeaux-aquitaine.inra.fr/st_pee/
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Esmail did an internship under my supervision in the lab of Biology of Development and
Reproduction from 11" of July to 7" of November 2016. During this time, he was involved in two
projects.

The aim of the former was to evaluate the duration of the effects of a probiotic Lactobacillus

— rhamnosus administration on growth and glucose metabolism during zebrafish (Danio rerio)
development. As regard to the second project, the goal was to establish whether different
photoperiod (24 h of light, 24 h of dark or 12/12 light/dark) could interfere with the microbial
ecology of zebrafish larvae and in turn affects physiological response of the ones administered with
probiotic.

To accomplish both goals, he approached using different techniques such real-time PCR and
Western blot that permitted to evaluate the expression of a wide network of genes and several
proteins involved in appetite, lipid metabolism and growth. In addition, further metagenomic
analysis will establish eventual core microbiota changes in response to different photoperiod
exposure. The elaboration of results is currently in progress.

Esmail actively participated to all laboratory activities and performed analyses at different levels,
ranging from animal treatments, biochemistry and molecular biology to discussion and
interpretation of data. The obtained results are particularly interesting due to their originality and
will help to better understand the effects of the Lactobacillus rhamnosus on zebrafish gut microbial

community under different photoperiod regime and their consequences on zebrafish metabolism.

Sincerely,
Oliana Carnevali

Prof. Biologia dello sviluppo
Dipartimento Scienze della vita e dell’ambiente

Universita Politecnica delle Marche
Via Brecce Bianche

Ancona, Italy
SEDE _ SEGRETERIA AMMINISTRATIVA NUCLEO DIDATTICO
Via Brecce Bianche 10 T.071 2204512 / F. 071 2204513
Monte Dago

. didattica.scienze@univpm.it
60131 Ancona/ Italia

Www.univpm.it
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