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Abstract 
Balancing energy input and output is crucial for the survival of all organisms, and 

involves the coordination of many physiological processes such as food uptake, nutrient 

storage, reproduction and growth. The uptake of food particles through endocytic 

mechanisms (e.g. phagocytosis, receptor-mediated endocytosis) is broadly observed and 

likely the ancestral mode of feeding in metazoans. However, only little is known about 

the biology and evolution of endocytic cell types involved in animal nutrition. Similarly, 

the dynamics and molecular pathways underlying the transport of nutrients is poorly 

investigated in animals without a circulatory system. The lack of available studies, 

especially in non-bilaterian animals (e.g. cnidarians, sponges) leaves a number of key 

questions unresolved: how did endocytic cell types evolve? What are the ancestral 

modalities of nutrient transport in animals? In my thesis, I address these questions by 

investigating the cells and molecular pathways underlying food uptake and, as a specific 

example of lipid transport, vitellogenesis, in the sea anemone Nematostella vectensis. 

By characterizing the path of food particles and dietary lipids from their ingestion to 

their incorporation into yolk, I aim to fill in gaps in our understanding of nutrient uptake 

and transport in non-bilaterians and thereby shed light on the evolution of these 

processes in animals. 

In Nematostella, nutrient acquisition starts with the extracellular digestion of prey in the 

gastric cavity through secreted digestive enzymes. Using single-cell RNA sequencing 

(scRNA-seq), I characterized the cellular composition of the gastrodermal folds lining 

the gastric cavity (mesenteries) and found a high diversity of specialized gland cells 

expressing specific enzymatic repertoires. Extra-cellular digestion is followed by 

endocytosis and subsequent intracellular digestion of food particles. By using particle 

uptake assays, I revealed that phagocytosis and receptor-mediated endocytosis 

predominantly occur in specific regions of the mesenteries in Nematostella, highlighting 

a surprising regionalization of the anthozoan gastrodermis. These regions colocalize 

with the cellular expression of Nematostella orthologs of bilaterian genes typically 

involved in endocytosis (e.g. mannose receptor, clathrin). This strongly supports the 

digestive function of these cells and indicates a conserved nature of endocytic molecular 
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pathways between cnidarians and bilaterians. These results were further validated by 

scRNA-seq, which revealed three distinct populations of trophic endocytes co-localizing 

within the endocytic region of the mesentery.  

In bilaterians, dietary nutrients are most often transported towards other tissues via the 

circulatory system in order to be stored or to support the metabolism of peripheral 

tissues. Cnidarians lack a circulatory system, and the gastro-vascular cavity is thought 

to distribute nutrients throughout the body. The extracellular matrix (mesoglea) was 

previously proposed to participate in nutrient transport, but its role in this process has 

so far been unclear. In the present work, I describe for the first time the dynamic trans-

epithelial transport of lipids from the gastric cavity into maturing oocytes located in the 

mesoglea in a cnidarian. Consistent with their function in shuttling lipids between the 

gastric cavity and the oocyte, somatic cells of the gonad epithelium also produce the 

glycolipoprotein Vitellogenin, a conserved yolk precursor. Gene expression data shows 

that the uptake of Vitellogenin into growing oocytes likely occurs through receptor-

mediated endocytosis using orthologs of the vldlr/apolipophorin receptor gene family. 

This supports the hypothesis that a specific Vitellogenin ligand/receptor pair is highly 

conserved in vitellogenesis between cnidarians and bilaterians. Finally, I characterized 

the expression and protein localization of ApoB, a Nematostella ortholog of the 

bilaterian systemic lipid transport proteins Apolipoprotein-B/Apolipophorins. ApoB 

protein was not detected in growing oocytes in Nematostella but surprisingly localized 

in spermaries, suggesting a role during spermatogenesis. Overall, these results 

demonstrate the mesogleal transport of lipids potentially using conserved lipoprotein-

lipoprotein receptor pairs in the absence of a circulatory system, and raise the possibility 

of a rudimentary systemic lipid transport system in Nematostella.  

Altogether, my thesis revealed that nutrient uptake in Nematostella involves a 

remarkable diversity of specialized cell types that define functional domains in the 

mesenteries. The molecular machinery for food uptake, intracellular digestion and lipid 

transport seems to be highly conserved between Nematostella and bilaterians, providing 

an opportunity to elucidate the ancestral state of mechanisms underlying energy 

homeostasis in the last common ancestor to cnidarians and bilaterians.  
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Chapter 1: General introduction 
 
1. Energy homeostasis in animals 

All living organisms, whether bacteria, plants, fungi or animals, are characterized by 

their own stable internal environment. When this concept of constant milieu intérieur 

was first proposed by the physiologist Claude Bernard in the 19th century, it was 

introduced as the defining feature of “higher” organisms (i.e. warm-blooded 

vertebrates), life liberated from the external environment (Bernard 1878). However, far 

from being isolated systems, all organisms dynamically interact with their surroundings 

and constantly adjust their physiology in response to environmental perturbations. These 

adjustments maintain an equilibrium kept within a narrow window favorable to life by 

coordinated control mechanisms, which was termed in continuity with Bernard’s work 

by Walter B. Cannon who coined the term “homeostasis” (from the Greek homeo: 

similar and stasis: state) (Cannon 1929). Many physiological parameters contribute to 

the maintenance of homeostasis. These can act on the systemic level, such as body 

temperature or oxygen content in the blood of animals, or on the much smaller cellular 

level, such as cell volume or intracellular ion concentrations (Cannon 1929; Romero 

2004). Deviations from the homeostatic balance result in immediate physiological or 

behavioral reactions. For example, a drop in body temperature in a mobile animal 

triggers a move towards a warmer micro-environment. A change in intracellular pH 

leads to the activation of cell-membrane ion pumps that help re-establishing homeostatic 

levels. Ultimately, maintaining homeostasis is an essential condition of life and the 

driver of many physiological processes and behaviors, making it a fascinating topic for 

physiologists and evolutionary biologists alike. 

Energy homeostasis, the balance between energy intake and expenditure, involves a 

particularly large array of physiological processes in animals. On one hand, energy is 

acquired through food consumption, and often stored in specialized tissues in the form 

of nutrient reserves to be used in periods of high energy demand or food scarcity (Keesey 

and Powley 2008). On the other hand, the energy derived from dietary nutrients is 

essential for metabolism, growth, reproduction and motility (Hill et al. 2016). 
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Manipulating energy intake and outputs can therefore have major consequences on the 

metabolism, physiology and life cycle of animals. Lowering caloric intake has been 

linked to an increased lifespan in many organisms, including mice, nematodes, flies and 

even primates (Masoro 2009; Kapahi et al. 2017; Pifferi et al. 2018). Body size can also 

be affected by nutrient availability as some animals, such as planarians or jellyfish, 

reduce dramatically the number of body cells in response to starvation and regrow to a 

normal size when food is available again (Lilley et al. 2014; Felix et al. 2019; Fujita et 

al. 2019). As the production of gametes is a very energy consuming process, 

reproductive success in animals is tightly linked to food availability (Eckelbarger 1994; 

Hahn et al. 2005; Tixier et al. 2015; Alqurashi et al. 2020). In many marine species such 

as calanoid copepods, egg production follows food intake by only a few hours 

(Eckelbarger 1994) while in Drosophila, a change in the quality of the diet leads to a 

60-fold decrease in egg production (Drummond-Barbosa and Spradling 2001).  

The regulation of energy homeostasis at the intracellular level relies on the ancient TOR 

(Target of Rapamycin) pathway, which is thought to have evolved prior to the last 

eukaryotic common ancestor (LECA) (Van Dam et al. 2011). However, the emergence 

of multicellularity and complex body plans required the TOR pathway to integrate extra-

cellular signals to ensure a systemic intercellular coordination between tissues and 

organs (e.g. vertebrate brain-gut axis; Scarlett and Schwartz 2015). Numerous studies 

on bilaterian research organisms have revealed complex networks of endocrine signals 

conveyed by the circulatory system that regulate food uptake, nutrient storage and the 

use of dietary resources. One of the most extensively studied regulatory mechanisms is 

the Insulin signaling pathway which is involved in the metabolism of glucose and lipids 

as well as in the regulation of growth and reproduction in insects, nematodes and 

mammals (Kimura 1997; Garofalo 2002; De Meyts 2004; Acevedo et al. 2007). In 

another example, the hormone leptin regulates food intake in mammals and also 

interferes with oocyte maturation (Pérez-Pérez et al. 2015). 

During evolution, animals have adopted various strategies to balance their energy intake 

and consumption, prioritizing physiological strategies (e.g. promoting growth over 

reproduction) and developing a wide array of control mechanisms that preserve the 
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stability of their internal environment. In order to elucidate the evolution of energy 

homeostasis, we must get an understanding of the physiological and molecular processes 

at play on both sides of this equation: how do organisms obtain energy, and how do they 

spend their resources? 

2. How to obtain energy: digestion in bilaterians 

When the homeostatic balance is disturbed and an animal’s energy stores (e.g. lipids in 

adipose tissues) need to be replenished, regulatory mechanisms induce the onset of 

feeding behaviors which ensure that the organism obtains the energy it needs to stay 

alive and reproduce by ingesting food (Woods et al. 1998; Hill et al. 2016). In order to 

become available as fuel for the body, food is progressively broken down in the gut 

through digestion. This process is therefore a critical step in the regulation of energy 

homeostasis, and in the first part of this work, I will focus on its underlying cellular and 

molecular mechanisms. 

2.1 Animal digestive systems: from simple cavity to regionalized through-gut 

Animals display a great diversity of digestive tracts, a trait that influences the modalities 

and efficiency of digestion. Yet, interestingly, the evolution of bilaterian gut 

morphologies is still a strongly debated topic. While it is commonly believed that a blind 

gut with only one opening was present in the last common ancestor (LCA) of bilaterians 

and their sister group, the cnidarians, it is still unclear how and when the transition to a 

through-gut occurred (Arendt and Nübler-Jung 1997; Martindale and Hejnol 2009; 

Hejnol and Martín-Durán 2015). Two main evolutionary scenarios have been proposed 

to explain the emergence of a second body opening, and therefore the formation of a 

through-gut: (1) an ancestral single gastric opening becomes the new mouth or anus, a 

second opening is newly acquired (Meinhardt 2004; Martindale and Hejnol 2009; 

Presnell et al. 2016) (2) an ancestral slit-like body opening fuses along the midline and 

gives rise to a mouth on one end and an anus on the opposite end of the initially single 

opening (Arendt and Nübler-Jung 1997; Steinmetz et al. 2007; Nielsen et al. 2018).  

Among bilaterians, a sack-like blind gut with a single opening is mainly found in 

xenacoelomorphs, spiralians (e.g. planarians) and in some echinoderms (Schmidt-
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Rhaesa 2007; Hejnol and Martín-Durán 2015). This morphology does not allow for a 

strong regionalization of the gut, although it can be subdivided or branched in some 

groups such as platyhelminths (Brusca et al. 2016). A segmented through-gut, with an 

anterior mouth and a posterior anus, is more widely distributed among bilaterian taxa 

(e.g. in all deuterostome and ecdysozoan groups) and the segmentation into specialized 

gut regions is believed to have evolved several times convergently (Schmidt-Rhaesa 

2007). Segmented through-guts are usually subdivided into three distinct regions: (1) an 

anterior foregut, often associated with accessory structures contributing to the 

mechanical and chemical breakdown of food (e.g. stomach in vertebrates, crop in 

insects); (2) a midgut, involved in further enzymatic digestion and in the absorption of 

nutrients; (3) a posterior hindgut where water is reabsorbed and residual products are 

processed before being discharged (Hejnol and Martín-Durán 2015). This type of 

digestive system offers the advantage of a unidirectional digestion where the food goes 

successively through different highly specialized regions, allowing a constant food 

uptake and increasing the efficiency of the digestive process and nutrient absorption 

(Schmidt-Rhaesa 2007; Hejnol and Martín-Durán 2015). 

2.2 Extracellular digestion in the lumen of the gut 

All bilaterians, independently of their gut morphology, are able to break down food 

outside the cells of the gut, a process called extracellular digestion (Yonge 1937; Hill et 

al. 2016; Steinmetz 2019). In species possessing a complex through-gut such as insects 

or vertebrates, extracellular digestion is often so efficient that it is sufficient to break 

down food into assimilable nutrient monomers (e.g. amino acids, mono-saccharides) 

(Karasov and Hume 2011; Lemaitre and Miguel-Aliaga 2013; Hill et al. 2016; Steinmetz 

2019). This process occurs through the activity of digestive enzymes, which are most 

often secreted into the lumen of the digestive tract or are bound to the apical membrane 

of the epithelial cells lining the gut (Hooton et al. 2015; Hill et al. 2016; Miguel-Aliaga 

et al. 2018).  

Extracellular digestive enzymes of the digestive tract are produced by a variety of cells 

and show a very strong substrate specificity. In mammals, the first steps of extracellular 
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digestion occur in the stomach where food is broken down by its acidic environment 

and the activity of gastric lipases and peptidases (Hooton et al. 2015). In addition, 

pancreatic cells and enterocytes of the midgut play a central role in the high efficiency 

of extracellular digestion in vertebrates. The pancreas is the main producer of amylases 

(breaking down starches), lipases (e.g. pancreatic lipases, phospholipases), 

exopeptidases (e.g. carboxypeptidases) and endopeptidases (e.g. trypsins, 

chymotrypsins) (Karasov and Hume 2011; Hill et al. 2016). These enzymes are 

discharged in the anterior portion of the midgut, often in an inactive form as to avoid 

auto-digestion of the digestive tract, and are complemented by the enzymatic production 

of intestinal enterocytes. These columnar cells of the midgut epithelium present a high 

number of microvilli on their apical membrane and have a dual function during 

digestion: extracellular digestion and absorption. They play an important role in the 

production of extracellular digestive enzymes (e.g. sucrase, dipeptidases) that either 

remain intimately linked to the cell membrane or are released into the lumen of the gut, 

and additionally take up the digested assimilable nutrients and transfer them to the 

circulatory system (Hooton et al. 2015; Hill et al. 2016). The combined action of the 

different parts of the gut thus allows for a progressive and efficient degradation of food 

as it moves through the digestive system. Some variations on this theme exist: for 

example, many species of fish (e.g. lamprey, hagfish) do not possess a pancreas, but 

rather isolated or small groups of exocrine cells intercalated in the intestinal epithelium 

that are homologous to the exocrine pancreas of most other vertebrates (Youson and Al-

Mahrouki 1999). In animals with a blind gut, digestive enzymes are secreted by 

epithelial cells into the lumen of the gastrovascular cavity where extracellular digestion 

occurs (Brusca et al. 2016). This system does not allow for a unidirectional movement 

of food and the successive digestion and absorption of specific nutrients, and therefore 

functions less efficiently than a through-gut.   

Interestingly, the diversity of animal diets is mirrored by a diversity of specialized 

digestive enzyme repertoires. For example, a study conducted in bats showed that an 

evolutionary shift in the diet from insectivory to frugivory resulted in an up to 15-fold 

increase in sucrase activity in the intestine of the fruit-eating species (Schondube et al. 

2001). Similarly, the analysis of intestinal enzymatic activity in a group of freshwater 
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fishes with diverse diets revealed that carnivorous species had a higher chitinase activity 

compared to herbivorous species (German et al. 2010). 

As a summary, the through-gut of most bilaterians is extremely efficient at digesting 

food extracellularly. However, in those possessing a less complex digestive system, 

extracellular digestion often breaks down food into smaller particles and 

macromolecules rather than into nutrient monomers. In these species, extracellular 

digestion therefore represents a first step in a digestive process that is ultimately 

completed inside the cells of the digestive tract. 

2.3 Intracellular digestion, an ancestral feeding mode 

Intracellular digestion involves the internalization of food particles or macromolecules 

by digestive cells, often via specific receptors, and their degradation in the lysosome by 

intracellular digestive enzymes (Pollard et al. 2017; Rosales and Uribe-Querol 2017). 

Cellular uptake occurs through three main pathways collectively termed endocytosis: 

phagocytosis, micropinocytosis and macropinocytosis (Pollard et al. 2017). These 

mechanisms of particle internalization as well as the underlying molecular pathways are 

widely conserved among eukaryotes including in protists closely related to animals (e.g. 

choanoflagellates), suggesting that they represent the ancestral mode of digestion in 

animals (Desjardins et al. 2005; McMahon and Boucrot 2011; Pollard et al. 2017). Given 

my interest in the evolutionary aspects of intracellular digestion, this thesis will 

accordingly focus on endocytic particle uptake mechanisms.  

2.3.1 Uptake of larger particles via phagocytosis 

Phagocytosis is a receptor-dependent mechanism that mediates the specific uptake of 

large (>0.5µm) particles (Figure 1A) (Underhill and Goodridge 2012; Gray and Botelho 

2017; Lancaster et al. 2019). In a first step, the cargo is detected by receptors located at 

the membrane of phagocytic cells (Gray and Botelho 2017). These receptors recognize 

molecules located at the surface of the particles and are usually able to bind a range of 

substrates (Ofek et al. 1995). Receptors that directly recognize the target are termed non-

opsonic, and include C-type lectin receptors (e.g. Mannose receptor) and scavenger 
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receptors (e.g. CD36/Fatty Acids Translocase). Another group of receptors involved in 

phagocytosis are opsonic, meaning that they recognize molecules present on the surface 

of particles. The most notable example is the Fcγ receptor family, that recognizes 

antibodies attached to pathogens (Freeman and Grinstein 2014; Baron et al. 2016; 

Rosales and Uribe-Querol 2017). After the cargo is bound to the phagocyte, intracellular 

actin remodeling leads to the formation of a dip in the cell membrane: the phagocytic 

cup (Figure 1A1). From this region pseudopods extend progressively (Figure 1A2) and 

engulf the particle, finally leading to the formation of a phagosome, a vesicle that buds 

off into the cytoplasm (Figure 1A3) (Swanson et al. 1999; Rougerie et al. 2013). Cell 

membrane and actin cytoskeleton remodeling is mediated by a network of interacting 

proteins highly conserved between fungi and vertebrates. Key components include 

Engulfment and cell motility (ELMO), small GTPases of the Rho family as well as 

Wiskott-Aldrich Syndrome Proteins (WASPs) and Actin-related proteins (Arps) 

(Gumienny et al. 2001; Niedergang and Chavrier 2005; Rougerie et al. 2013). While the 

actin-mediated reshaping of the cell membrane is essential to the formation of a 

phagocytic cup, it is important to note that cytoskeleton remodeling as such is not 

endocytosis-specific. Most genes involved in phagosome formation are also involved in 

other cell membrane remodeling processes including cell migration (Gumienny et al. 

2001) and cell division (Dutartre et al. 1996; Yoshizaki et al. 2003).  
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Figure 1: The three main cellular particle uptake mechanisms. (A) Schematic 

representation of phagocytosis. A large particle binds to membrane receptors on the surface of 

a phagocytic cell, triggering the formation of a phagocytic cup (1). Through actin-mediated 

membrane remodeling, pseudopods engulf the particle (2), fuse and a phagosome buds into the 

cytoplasm (3). (B) Schematic representation of clathrin-mediated endocytosis. As small 

particles and macromolecules bind to specific membrane receptors (1), clathrins (in red) form 

a coat around the endocytic pit (2). When the coat is complete, the vesicle is pinched off and 

released into the cytoplasm (3). (C) Schematic representation of macropinocytosis. Actin-

mediated membrane ruffling induces the formation of protrusions that in some cases close to 

form a macropinosome, engulfing extracellular medium and the particles within. Note that the 

schematics are not to scale: approximate size of intracellular vesicles are 0.1-10µm for 

phagosomes, 100-150nm for clathrin-coated vesicles, 50-1000 nm for macropinosomes (Kerr 

and Teasdale 2009; Pollard et al. 2017). 
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2.3.2 Micropinocytosis/Receptor-mediated endocytosis: specific uptake of 

small food particles  

The internalization of smaller (<0.5µm) particles and macromolecules can occur in a 

specific manner via receptor-mediated endocytosis, a process also commonly known as 

micropinocytosis. Currently, three different micropinocytosis uptake modalities have 

been described: clathrin-dependent, caveolin-dependent, and clathrin- and caveolin-

independent endocytosis (Mayor and Pagano 2007; Pollard et al. 2017).  

Clathrin-mediated endocytosis (Figure 1B) is the main micropinocytic pathway 

involved in the uptake of food. The first step of this process consists in the recognition 

of target molecules by receptors located in the membrane of the endocytic cell (e.g. low 

density lipoprotein receptors/LDLRs, transferrin receptors). Receptor binding initiates 

the recruitment of cargo-specific adaptor proteins, that in turn recruit clathrins, 

triskelion-shaped scaffolding proteins (Fig.1B1). Clathrin polymerization leads to the 

formation of a clathrin-coated pit in the membrane (Fig.1B2), which progressively 

invaginates until an endocytic vesicle is pinched off and released into the cytoplasm 

(Fig.2B3) (McMahon and Boucrot 2011; Pollard et al. 2017). Shortly after their 

formation, clathrin covered vesicles are uncoated and the scaffolding proteins are 

recycled by the cell (McMahon and Boucrot 2011). 

The caveolin-dependent endocytic pathway has not been linked to the uptake of food 

particles, but contributes to the systemic distribution of nutrients in some bilaterians. 

Caveolin proteins form a scaffold around nanoscopic invaginations found mainly on the 

surface of endothelial cells. These pits contain receptors that bind to their respective 

cargo, and bud into the cytoplasm, allowing the transfer of serum proteins and nutrients 

from the circulatory system into the different tissues of the body (Pollard et al. 2017). 

The clathrin- and caveolin-independent pathway is the least understood micropinocytic 

pathway and has not been found to play a role in nutrition-related processes. It mediates 

the internalization of a wide array of cargoes including interleukins, cadherins and toxins 

(Mayor and Pagano 2007; Pollard et al. 2017).  
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2.3.3 Non-specific particle uptake via macropinocytosis 

Contrary to phagocytosis and micropinocytosis, macropinocytosis is a receptor-

independent mechanism. Sometimes called ‘cell drinking’, it consists of a non-specific 

ingestion of small particles and macromolecules with extracellular fluid (Figure 1C) 

(Kerr and Teasdale 2009; King and Kay 2019). Macropinosomes derive from plasmatic 

ruffles, actin-driven protrusions of the membrane that occur constitutively or are 

induced by signaling molecules (Fig.1C1). Ruffles can constrict and fuse, enclosing a 

drop of extracellular medium and the particulate matter that it may contain (Fig.1C2) 

(Swanson and Watts 1995). 

2.3.4 Degradation of the cargo in the endosome/lysosome system  

After internalization, the digestion of food particles and macromolecules is finalized 

inside the cell as endocytic vesicles are channeled into the endosome/lysosome system. 

Shortly after their formation, endocytic vesicles fuse with early endosomes (EE), which 

are vesicular structures located at the periphery of the cells (Figure 2). In EEs, the cargo, 

receptors and other membrane proteins of the endocytic vesicle are sorted out, leading 

to the recycling of some of these components back towards the cell membrane (Huotari 

and Helenius 2011; Repnik et al. 2013). Through homotypic fusions and contributions 

of vesicles from the trans-Golgi network, the EE grows in size and starts accumulating 

lysosomal enzymes (Figure 2). Some of these enzymes are already active in the EE, and 

more will become active during the maturation process as the pH progressively 

decreases (Huotari and Helenius 2011; Pollard et al. 2017). The transition from EE to 

late endosome (LE) is accompanied by the migration of the organelles from the 

periphery of the cell towards the peri-nuclear region, and is mediated by GTPases of the 

Rab family (Huotari and Helenius 2011). Rab5 is a major marker of EEs, and mediates 

the specific fusion between EEs and with endocytic vesicles (Christoforidis et al. 1999). 

The transition to late endosome (LE) occurs through a ‘Rab switch’: Rab5 is lost and 

replaced by Rab7, which participates in the last step of the intracellular digestion, the 

fusion of the LE with a lysosome (Rink et al. 2005; Hyttinen et al. 2013).  
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Figure 2: The endosome/lysosome system. Schematic representation of the successive fusions 

and transformations undergone by endocytic vesicles in order to complete intracellular 

digestion. Vesicles first dock to an early endosome (EE), into which the cargo and receptors are 

sorted and potentially recycled. As the EEs mature, they grow by undergoing homotypic fusions 

and start accumulating newly synthesized lysosomal enzymes through the trans-Golgi network 

(TGN). Ultimately, these late endosomes (LE) fuse with lysosomes to form an endolysosome, 

a transient structure in which the bulk of the cargo degradation takes place. Reproduced from 

Huotari and Helenius (2011). 

This last step results in the formation of a hybrid organelle, the endolysosome, where 

the bulk of the degradation occurs through the action of lysosomal enzymes (e.g. 

cathepsins, phospholipases, glycosidases) (Repnik et al. 2013).  

The endosome/lysosome pathway (Figure 2 and above) processes endocytic vesicles 

resulting from micropinocytosis (Pollard et al. 2017) and some differences exist with 

the endocytic pathways of phagosome or macropinosomes. Phagosomes are believed to 

skip the initial pooling and sorting step: they rather conserve their original structure and 

mature through acidification of the lumen. Maturation occurs by fusing with enzyme-

containing Golgi vesicles and ultimately, fusion with a lysosome results in the formation 

of a phagolysosome where digestion occurs (Kinchen and Ravichandran 2008). The fate 
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of macropinosomes is less clear, but they are believed to go through a maturation process 

similar to that of phagosomes (Kerr and Teasdale 2009). 

After food particles and/or macromolecules are fully broken down into assimilable 

nutrient monomers, they exit the lysosome and enter the cytoplasm. They are then either 

metabolized directly, deposited in storage organelles (e.g. lipid droplets, glycogen 

granules) or released in the extra-cellular space to be transported towards other tissues 

(see for example lipid transport, section 3.2) (Martin and Parton 2006; Hartenstein and 

Martinez 2019). Potential undigestible material accumulates in the lysosome (then 

termed residual body) (de Duve and Wattiaux 1966; Pollard et al. 2017) and are 

ultimately excreted out of the cell through exocytosis in most cases (de Duve and 

Wattiaux 1966). 

2.4 Function and evolution of cell types involved in intracellular digestion 

Despite a wide diversity of body plans, diets and feeding behaviors, intracellular 

digestion of food is very similar among animals (Fankboner 2003). Most commonly, 

cells that take up and digest food are part of the digestive tract epithelium (Figure 3, 

enteric phagocytes), where they intercalate between gland cells that secrete extracellular 

digestive enzymes (Hill et al. 2016; Hartenstein and Martinez 2019). The apical 

membrane of digestive cells, facing toward the lumen of the gut, usually bears 

specialized structures such as cilia and/or microvilli that help moving food in the gut 

and increase its absorptive surface, respectively (for a review of the ultrastructure of 

animal digestive cells, see Hartenstein and Martinez 2019). Exceptions to this 

organization are found for example in nematodes, which have bi-functional cells capable 

of both extra- and intra-cellular digestion (Riley 1973). Another striking variation to the 

epithelial organization of enteric phagocytes occurs in in acoels, where phagocytic cells 

fuse into a permanent or transient phagocytic syncytium (Figure 3) (Gavilán et al. 2019).       
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Figure 3: Phylogenetic distribution of digestive cell types in animals. Grey schematic on the 

left indicates apical membrane structure (e.g. cilia, microvilli). Type A and B of enteric 

phagocytes correspond to the canonical phagocytosis pathway (as described in section 2.3.1) 

and to an alternative pathway where smaller particles are taken up in vesicles that subsequently 

fuse together into a large phagosome (as described in Hartenstein and Martinez 2019). Non-

phagocytic enterocytes correspond to absorptive cells that take up single molecules resulting of 

extracellular digestion. Reproduced from Hartenstein and Martinez (2019). 

Enteric phagocytes (also termed ‘trophic phagocytes/endocytes’ thereafter) are present 

in most invertebrate groups, including in non-bilaterians (Figure 3) (Steinmetz 2019; 

Hartenstein and Martinez 2019). Sponges, lacking a closed digestive cavity, exclusively 

perform intracellular digestion via choanocytes, ciliated cells that create a water flow in 

the organism, internalize and digest food particles (Gonobobleva and Maldonado 2009; 
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Brusca et al. 2016). Their morphological similarities to choanoflagellates, together with 

the broad distribution of endocytic cell types among animals, lead some authors to 

propose that trophic phagocytes might be the most ancient animal cell type (Yonge 

1937; Brunet and King 2017; Musser et al. 2019). 

It is interesting to note that reviews addressing the intracellular digestion of food in 

animals focus mostly on the phagocytic activity of digestive cells (Desjardins et al. 

2005; Lancaster et al. 2019; Hartenstein and Martinez 2019), although it is known that 

other endocytic mechanisms also play an important role in this process (McMahon and 

Boucrot 2011; Pollard et al. 2017). In addition, despite being a crucial physiological 

process in most invertebrates, intracellular digestion of food has so far been mainly 

described on the ultrastructural level (reviewed in Hartenstein and Martinez 2019).  

Intracellular digestion has additional non-nutritive, immunity-related functions in 

pathogen clearance (Yutin et al. 2009; Dayel and King 2014). In fact, ‘professional’ 

phagocytes of the immune system are among the most extensively described endocytic 

cell types (Rabinovitch 1995; Gordon 2016; Rosales and Uribe-Querol 2017). In 

vertebrates, almost exclusively relying on extracellular digestion for nutrition, 

phagocytosis is a central mechanism during the innate immunity response notably by 

macrophages (Rabinovitch 1995; Karasov and Hume 2011). Similarly, intracellular 

digestion has also been described in invertebrate immune cells: clearance of bacteria and 

exogenous particles in echinoderms and annelids relies on the phagocytic activity of 

amoeboid coelomocytes, which are motile, chemotactic cells of the coelomic fluid 

(Johnson 1969; Stein et al. 1977; Gross et al. 1999; Engelmann et al. 2016).  

Trophic and immune endocytic cell types display extensive structural and functional 

similarities. In addition, as some animals feed on bacteria, their roles in ‘feeding’ and 

‘immunity’ are most often undistinguishable. Illustrating this ambiguity, sponge 

archaeocytes or echinoderm coelomocytes have been proposed to have a role in both 

immunity and nutrition (Chia and Koss 1991; Imsiecke 1993; Funayama et al. 2005). 

Additionally, immune and trophic phagocytes can have similar ontogenic origins: 

vertebrate immune cells – including phagocytic macrophages – originate in the 
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mesoderm during development (Herbomel et al. 1999; Fehling et al. 2003; Hartenstein 

2006), as do the enteric phagocytes of C. elegans (Amin et al. 2010), or the 

coelomocytes of echinoderms (Smith et al. 2018). Altogether, these observations have 

fueled hypotheses about a common evolutionary origin of macrophages and enteric 

phagocytes (Broderick 2015; Hartenstein and Martinez 2019). A deeper understanding 

of the cellular mechanisms and molecular profiles of trophic endocytes in a comparative 

approach are necessary to test this assumption. 

3. Mobilizing and spending resources: the example of lipid transport 

during vitellogenesis 

After food components have been taken up, digested, and stored in specialized tissues, 

these nutrients are available for metabolism, growth and reproduction – maintaining 

energy homeostasis (see section 1) (Hill et al. 2016). Oogenesis is one of the most 

resource-demanding processes in animals. Oocytes are generally among the largest cells 

of the body, and the successful early development of an embryo often relies on the 

nutritive resources accumulated in the eggs during their maturation (Wallace 1985; 

Gilbert and Barresi 2017). Food availability thus dictates reproduction effort and 

success, and is a major driver of reproductive seasonality (Eckelbarger 1994; Hahn et 

al. 2005; Tixier et al. 2015; Alqurashi et al. 2020). Many animals display elaborate 

mechanisms to regulate oogenesis under scarce food conditions. In Drosophila, shifting 

to a diet of poor nutritional quality induces a decrease in the proliferation of germ-line 

stem cells and their progeny, leading to a 60-fold decrease in egg production 

(Drummond-Barbosa and Spradling 2001). Starvation in C. elegans was shown to 

induce germ-cell apoptosis, and this effect was more pronounced than under other types 

of stress (Salinas et al. 2006). Vitellogenesis, the process during which nutrients such as 

proteins or lipids accumulate in the growing oocyte, is therefore highly relevant to study 

the mobilization and use of dietary resources acquired by animals. 

3.1 Digestion and absorption of dietary lipids in the bilaterian gut 

Lipids are essential building blocks of cell membranes, and are also a major, highly 

caloric source of energy for metabolism (Wältermann and Steinbüchel 2005; Azeez et 
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al. 2014). They are stored in the form of cytoplasmic droplets in most cell types, but 

many animals also possess specialized lipid storage tissues such as the adipose tissue of 

mammals or the fat body of insects (Walther and Farese 2012; Azeez et al. 2014). Most 

interestingly, lipids make up a large part of the yolk accumulating in oocytes during 

vitellogenesis, providing an essential energy source to the embryo during early 

development (Wiegand 1996; Anton 2007). 

In all major bilaterian groups, complex dietary lipids are degraded in the lumen of the 

gut by intestinal lipases. The resulting products are predominantly free fatty acids and 

monoglycerides, which are subsequently taken up by the gut epithelial cells (Bauer et 

al. 2005; Voet et al. 2016). The absorption of lipids by gut enterocytes occurs either by 

diffusion across the cell membrane or via protein-dependent transport (Iqbal and 

Hussain 2009; Voet et al. 2016). Notably, the Fatty Acid Translocase/CD36 receptor 

mediates fatty acid absorption from the lumen of the small intestine in mammals (Nassir 

et al. 2007), while members of the Fatty Acid Transport Proteins (FATPs) family have 

a conserved role in lipid uptake from fungi to vertebrates (Hirsch et al. 1998; Stahl et al. 

1999). Free fatty acid are quickly incorporated into triacylglycerols (TAGs), which are 

the main lipid transport or storage form in animals, with palmitic acid and oleic acid 

being the most abundant fatty acid species (Birsoy et al. 2013; Hill et al. 2016; Voet et 

al. 2016). 

3.2    Lipid transport in bilaterians: the Large Lipid Transfer Proteins family 

Due to their hydrophobicity, TAGs and other lipids cannot freely diffuse in the extra-

cellular compartment. Lipid transport in animals is thus facilitated by members of the 

large lipid transfer proteins (LLTP) superfamily, which is highly conserved in 

metazoans (Babin et al. 1999; Smolenaars et al. 2007). In vertebrates, apolipoproteins 

(e.g. Apolipoprotein B) associate with dietary lipids to form amphiphilic lipoprotein 

complexes (Van der Horst et al. 2009; Hussain 2014). In these structures, lipids are 

packed with different combinations of apolipoproteins, consisting usually of an isoform 

of Apolipoprotein B (ApoB) and several non-LLTP apolipoproteins (e.g. ApoE) that 

confer additional properties to the complex (e.g. enhanced receptor-binding) (Innerarity 
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and Mahley 1978; Voet et al. 2016; Huebbe and Rimbach 2017). Vertebrate lipoproteins 

have variable sizes and functions. The largest, chylomicrons, are formed in intestinal 

cells and distribute dietary lipids in the body through the circulatory system. The smaller 

low density (LDL) and very low density lipoproteins (VLDL) carry endogenous TAGs 

and cholesterol, mainly from the liver to peripheral tissues via the blood system (Voet 

et al. 2016). Lipid transport in invertebrates has mostly been examined in insects where 

Lipophorins are the main lipoproteins, consisting of lipids packed with Apolipophorins 

(ApoLpp). ApoLpp proteins are also part of the LLTP family and considered 

orthologous to vertebrate ApoB proteins (Babin et al. 1999; Smolenaars et al. 2007; 

Palm et al. 2012). Produced in the fat body, Apolipophorins distribute dietary lipids from 

the gut throughout the body via the hemolymph (Palm et al. 2012). In addition to their 

role in systemic lipid transport, ApoLpp are also the major proteins delivering lipids to 

the follicle cells of the ovary during vitellogenesis (Kawooya and Law 1988; Raikhel 

and Dhadialla 1992). In most other animals, from sponges to vertebrates, lipid transport 

into developing oocytes is however mediated specifically by Vitellogenin (Vtg), a 

glycolipoprotein that is also a member of the LLTP family (Wahli et al. 1981; Wallace 

1985; Polzonetti-Magni et al. 2004). In insects, Vtg plays only a minor role in 

vitellogenesis in comparison to apolipophorins (Hayward et al. 2010; Riesgo et al. 2014; 

Fruttero et al. 2017).  

After reaching a target tissue through the circulatory system, lipoproteins are 

internalized through receptor-mediated endocytosis. 

3.3 The Low-density lipoprotein receptor family  

The human Low Density Lipoprotein Receptor (LDLR) (Yamamoto et al. 1984) was the 

first identified and thus name-giving member of the large LDL receptors family. 

Studying its role in cholesterol metabolism laid the foundations of our understanding of 

receptor-mediated endocytosis (Brown and Goldstein 1979; Strickland et al. 2002). 

LDLRs are very conserved in metazoans, and can overall be divided into two groups: 

(1) endocytic receptors that mediate the uptake of lipoproteins, and (2) receptors 

involved in signaling pathways (e.g. LRP5/6 in Wnt pathway) (Dieckmann et al. 2010). 
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Their respective functions are however not fully elucidated. As most of these receptors 

are able to bind several ligands (e.g. currently over 30 identified ligands for LDLR-

Related Protein (LRP)) (Herz and Strickland 2001)), many are multifunctional and can 

have dual roles in lipoprotein metabolism and signal transduction (Schneider and Nimpf 

2003).  

Most relevant for this work are ‘canonical’ LDLR family members with roles the in 

endocytosis and subsequent lysosomal degradation of lipoproteins. These include 

vertebrate orthologs of LDLR, LRP1, LRP2, Very Low Density Lipoprotein Receptors 

(VLDLRs), and the oocyte-specific Vitellogenin receptors which are involved in the 

cellular uptake of ApoB, ApoE and Vitellogenin (Schonbaum et al. 1995; Schneider 

1996; Schneider and Nimpf 2003; Dieckmann et al. 2010). These receptors are 

expressed in different sets of vertebrate cells and can show specificity for different 

lipoproteins and lipid contents (Schneider et al. 1999; Strickland et al. 2002; Dieckmann 

et al. 2010). Vitellogenin receptors, which include orthologs of vertebrate VLDLR and 

insect Lipophorin receptors, have been shown to be essential for yolk deposition via 

endocytosis in the eggs of the fly (Schonbaum et al. 1995), chicken (Nimpf and 

Schneider 1991) and C. elegans (Grant and Hirsh 1999). 

3.4 Vitellogenesis in bilaterians 

The accumulation of nutrients in growing oocytes is a process that varies greatly 

between species. Eggs can be almost devoid of yolk (alecithal, mainly seen in 

mammals), contain moderate amounts (oligolecithal, found e.g. in marine animals with 

planktotrophic larvae) or be very yolk-rich (macrolecithal, found e.g. in birds or 

cephalopods) (Wourms 1987; Gilbert 2010). The composition of yolk is variable, and 

usually includes proteins, carbohydrates and lipids in variable proportions (Wourms 

1987). In most animals, Vitellogenin is the main yolk precursor, and it is cleaved inside 

the oocytes into two main products: the lipoprotein Lipovitellin and the phosphoprotein 

Phosvitin (Wiley and Wallace 1981; Polzonetti-Magni et al. 2004). After being further 

processed, protein subunits are stored as protein platelets in the cytoplasm while the 

lipids are stored in lipid droplets (Wourms 1987). In this work, we are mostly interested 
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in the modalities of vitellogenesis: how are dietary nutrients transported into developing 

oocytes? 

3.4.1 Autosynthetic and heterosynthetic yolk production 

As first defined by Schechtman in 1955, there are three different possible modalities of 

vitellogenesis in animals: (1) autosynthetic, when the yolk is synthesized by the oocyte 

itself, (2) heterosynthetic when the yolk is produced by somatic cells and subsequently 

delivered to the oocytes, and (3) a combination of autosynthesis and heterosynthesis.  

Autosynthesis has been described most often indirectly by ultrastructural electron 

microscopy studies, even in most recent publications (e.g. Elbarhoumi et al. 2014; Roy 

et al. 2020). Yolk produced autosynthetically is believed to be mostly composed of 

proteins and carbohydrates, and to originate in the endoplasmic reticulum and Golgi 

apparatus of the oocytes (Anderson 1974). This mode of vitellogenesis is present in 

almost all animal phyla, and is most often found in combination with heterosynthesis. 

Examples of autosynthesis in bilaterians include annelids (e.g. Eckelbarger 1980; 

Pfannenstiel and Grünig 1982; Elbarhoumi et al. 2014), crustaceans (Kessel 1968), 

mollusks (e.g. Eckelbarger and Young 1997; Kim 2016; Roy et al. 2020), tunicates (e.g. 

Kessel 1966; Manni et al. 1994), and vertebrates such as amphibians (Kress 1982) and 

fish (Chung et al. 2009).  

Heterosynthesis is similarly most often detected using ultrastructural methods, and is 

characterized by the presence of endocytic pits and vesicles on the oolemma (e.g. 

Wallace and Dumont 1968; Eckelbarger 1980). Heterosynthetic vitellogenesis is also 

widely present among animal groups, but the localization of yolk precursor production 

and its transport can differ considerably (Eckelbarger 1994). Generally, the yolk can 

originate either remotely from the ovary, often requiring a long-distance transport to 

reach the oocytes, or in ovarian accessory cells located near the developing eggs 

(Wourms 1987; Eckelbarger 1994). 

3.4.2 Yolk synthesis in extra-ovarian tissues 

Extraovarian synthesis of yolk occurs in cell types located close to or remote from the 
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ovary, and therefore involves the transport of yolk through the body (Figure 4A). In 

vertebrates, Vtg is mainly produced in the liver and transported to the ovary via the 

blood stream (Wallace 1985; Li and Zhang 2017; Reading et al. 2017). Vtg is small 

enough to penetrate the ovary through the intercellular spaces in-between epithelial cells 

to reach to the oocytes where it is endocytosed (Neaves 1972; Dumont 1978; Wallace 

1985). Similarly, vitellogenin is mainly produced by cells of the hepatopancreas in 

crustaceans or the fat body in insects (together with lipophorins), and reach the ovary 

via the hemolymph (Kawooya and Law 1988; Raikhel and Dhadialla 1992; 

Subramoniam 2011). Interestingly, a defined circulatory system is not a pre-requisite 

for the occurrence of extraovarian yolk synthesis: in C. elegans, yolk proteins are 

produced by intestinal cells, released in the pseudocoelomic cavity and ultimately taken 

up by the oocytes (Kimble and Sharrock 1983; Grant and Hirsh 1999).  

3.4.3 Yolk synthesis by ovarian accessory cells 

In most animals, oocytes maintain a close proximity to specialized cells throughout the 

maturation process. These so-called ‘accessory cells’ can be part of a complex ovary or 

form a simple epithelium around the gametes. They usually offer mechanical support 

and protection to the oocytes, and very often contribute to the production of yolk during 

vitellogenesis (Adiyodi and Adiyodi 1983; Wourms 1987; Eckelbarger 1994). In 

contrast to extraovarian yolk, yolk synthesized by accessory cells does not necessitate 

long distance transport through extracellular compartments. Accessory cells are 

therefore found even in animals with a very simple body organization such as sponges 

(Adiyodi and Adiyodi 1983). 
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Figure 4: Schematic representation of the three main modalities of heterosynthetic 

vitellogenesis. (A) Extraovarian-produced yolk (orange circles) is transported in the circulatory 

system and incorporated in the oocyte (center) via receptor-mediated endocytosis. (B) Nurse 

cell provides yolk through cytoplasmic bridge. (C) Follicle cell-produced yolk is endocytosed 

by the oocyte. Inspired by Eckelbarger 1994. 

Follicle cells are the most ubiquitous type of ovarian accessory cells, and are found in 

most bilaterian groups (Eckelbarger 1994). They are always of somatic origin and are 

usually organized in a layer surrounding the oocytes (Figure 4C) (Wourms 1987; 

Eckelbarger 1994). They have been well characterized in insects where yolk lipoproteins 

are produced by both the fat body and ovarian follicle cells, illustrating the co-

occurrence of extraovarian and ovarian yolk production observed in many bilaterians 

(Telfer et al. 1982; Brennan et al. 1982; Richard et al. 2001). In vertebrates, follicle cells 

play a critical role in the hormonal regulation of oogenesis (Polzonetti-Magni et al. 

2004), but can also contribute to yolk production (Marina et al. 2004). 
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The second main type of ovarian accessory cells, nurse cells, are commonly defined as 

abortive germ cells maintaining cytoplasmic bridges with the oocytes (Huebner and 

Anderson 1976). They provide organelles, nutrients and other maternal factors to the 

developing eggs through cytoplasmic transfer (Figure 4B), and are in some cases 

phagocytosed by the developing oocyte (e.g. in Hydra)(Adiyodi and Adiyodi 1983). 

Nurse cells have notably been documented in cnidarians (e.g. Hydra, see section 4.3), 

ctenophores (Hernandez-Nicaise 1991) and in insects where they have been 

characterized more extensively (reviewed in Telfer 1975; Wourms 1987). Cells 

presenting morphological and functional similarities with nurse cells have also been 

described in sponges (Fell 1969), but their classification as ‘canonical’ nurse cells is 

difficult. This is due to the fact that sponges do not have a separate germ line, as 

totipotent archaeocytes are believed to give rise to both oocytes and nurse cells (Adiyodi 

and Adiyodi 1983; Wourms 1987). 

4. Energy homeostasis in non-bilaterian species: insights from cnidarians  

Cnidarians include marine and freshwater gelatinous animals that can be pleustonic, 

pelagic or benthic (often both during the life cycle), free-swimming or sessile, solitary 

or colonial, and thrive everywhere from the top to the abyssal depths of the water column 

(Gershwin 2016). They have fascinated biologists with their diversity of sizes and 

shapes, key roles in ecosystems, elaborate life cycles and regenerations abilities. 

Moreover, they hold a key position in the metazoan phylogeny as the sister group to 

bilaterians, making them of great interest for comparative evolutionary studies.  

The morphological synapomorphy of cnidarians is a specialized sensory cell type, the 

cnidocyte, a stinging cell used for predation and defense. Cnidarians are divided into 

two clades: medusozoans and anthozoans (Figure 5). Anthozoans, the sister group to all 

other cnidarians, possess a polyp stage but no medusa life stage. They are further sub-

divided into (1) hexacorallians, that include sea anemones (e.g. Nematostella vectensis, 

Exaiptasia diaphana) and stony corals (e.g. Acropora millipora), and (2) octocorals that 

group sea pens, soft corals and gorgonians (e.g. Xenia sp). Medusozoans regroup all the 

taxa possessing a medusa stage: hydrozoans (hydroids, hydromedusae, siphonophores; 

e.g. Clytia hemispherica, Hydra sp), scyphozoans (true jellyfish, e.g. Aurelia aurita), 
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staurozoans (stalked jellyfish) and cubozoans (box jellyfish, e.g. Tripedalia cystophora, 

Chironex fleckeri) (Kayal et al. 2013; Zapata et al. 2015). Some rare species (e.g. Hydra 

sp.) have lost the medusa stage (Technau et al. 2015). 

Figure 5: Phylogenetic relationships among major cnidarians groups, based on Collins 

(2002), Marques and Collins (2005). Anthozoans include sea anemones and represent the 

outgroup to medusozoans, which includes all other major cnidarians groups. Reproduced from 

Technau et al. 2015. 

The ‘simple’ body plan of cnidarians is composed of two epithelial cell layers, an inner 

gastrodermis and an outer epidermis. It possesses a single orifice used for feeding and 

excretion and lacks a centralized nervous system. Cnidarians display a wide variety of 

life cycles. In most species, sexual reproduction results in a ciliated planula larva that 

settles on a substrate, giving rise to a polyp that can reproduce sexually (anthozoans & 

hydroids) or asexually (medusozoans & anthozoans). In medusozoans, this cycle is 

completed by a free-swimming medusa stage (Gershwin 2016).   

In this work, we use the sea anemone Nematostella vectensis as a research organism to 
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study the evolution of processes linked to energy homeostasis. Considering its strategic 

phylogenetic position, understanding the physiological and molecular pathways 

underlying energy homeostasis in Nematostella allows us to infer the characteristics of 

the last common ancestor to cnidarians and bilaterians, thereby shedding light on the 

evolution of this process among early animals. 

4.1 Nematostella vectensis as research organism 

4.1.1 Biology 

Nematostella vectensis is a small anemone of the family Edwardsiidae, first described 

by Stephenson in 1935. It is native to shallow pools of brackish water in salt marshes 

and estuaries on the Atlantic coast of North America, and is also found in similar habitats 

on the Pacific coast and in England (Sheader et al. 1997; Reitzel et al. 2008). It burrows 

in the sediment leaving only the tentacles free in the water to catch its prey consisting 

of small organisms such as copepods, rotifers, insect larvae and mollusks (Hand and 

Uhlinger 1994). Nematostella is dioecious, and sexual reproduction is external (Figure 

6). 

Figure 6: Life cycle of Nematostella vectensis, depicting both sexual and asexual reproduction. 

Mature males and females release gametes in the water, where fertilization occurs. Eggs 

develop into ciliated planula larvae, that settles on the sediments where they grow into primary 

polyps and ultimately mature adults. Asexual reproduction occurs through transverse fission: 
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the extremity of the foot pinches off and regenerate into a mature animal. Artwork by Johanna 

Kraus.  

 Females expulse a bundle of eggs embedded in a thick mucus through the mouth, that 

is fertilized in the water by sperm cells released by the males. Fertilization results in a 

free-swimming planula larva that settles on the sediment and progressively develops 

into a mature polyp (Figure 6) (Hand and Uhlinger 1992; Uhlinger 1997; Reitzel et al. 

2007). This species is also capable of asexual reproduction: a part of the foot will pinch 

off and regenerate into a new, identical anemone (Hand and Uhlinger 1995; Reitzel et 

al. 2007).    

4.1.2 Morphology 

In its natural habitat, Nematostella is usually shorter than 2cm and only a few 

millimeters in diameter (Hand and Uhlinger 1992). Under laboratory conditions when 

food is abundant, however, adult polyps can reach sizes larger than 10cm. When 

disturbed, the animal contracts its body and reduces dramatically in size. The body of 

the anemone is divided into three regions: the head or capitulum, with a mouth 

surrounded by tentacles to catch prey, the column (or scapus), and the foot (or physa) 

that allows burrowing (Figure 7A) (Williams 1975).   

As all other cnidarians, Nematostella possesses two cell layers: an outer epidermis and 

an inner gastrodermis separated by a layer of extracellular matrix, the mesoglea (Frank 

and Bleakney 1976; Martindale et al. 2004). Along the oral-aboral axis, the gastrodermis 

of the body column exhibits eight inner folds, the mesenteries (Figure 7A-B), which 

play central roles in digestion, reproduction and food storage (Shick 1991; Steinmetz et 

al. 2017). Their general morphology changes along the oral-aboral axis but has not been 

formally named previously. In this manuscript, we have therefore named the oral, 

gonadal part of the mesenteries ‘gonad region’ and the non-reproductive, aboral part 

‘trophic region’ (Figure 7B). The distal tip of the mesenteries – commonly called septal 

filament – presents a characteristic trilobed organization in parts of the gonad region 

(Figure 7C). It is subdivided into four distinct structures: (1) the cnidoglandular tract 

(CGT), bearing numerous cnidocytes and gland cells secreting enzymes for extracellular 
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digestion (Steinmetz et al. 2017), (2) the intermediate tract (IT), a highly endocytic 

structure (Van-Praët 1978, 1980; see also paper I), (3) the ciliated tract (CT) that creates 

a water flow in the gastric cavity (Van-Praët 1985) and (4) the reticulate tract (RT) 

(showing ‘reticulation’ patterns in histological cross-sections) that also shows some 

phagocytic activity (Van-Praët 1978) and harbors potential germline stem cells 

(Miramón-Puértolas P., unpublished). More proximally, gametes develop in the 

mesoglea in-between the mesenterial epithelial layers (Figure 7C). 

In the trophic region (and parts of the gonadal region, not shown), the septal filament is 

‘unilobed’, i.e. only composed of the cnidoglandular tract (Figure 7D). The middle part 

of the mesentery consists of the endocytic trophic tract (see Paper 1) but is devoid of 

gametes. This structure is not well characterized (see Papers 1 and 2) and a region of 

similar morphology in juvenile polyps has previously been shown to participate in 

nutrient storage (Steinmetz et al. 2017). Finally, the longitudinal retractor and parietal 

muscles occupy the basal parts of the mesentery close to the body wall and allow 

contractions along the oral-aboral axis (Figure 7C-D).  
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Figure 7: Morphology of Nematostella vectensis. (A) Picture of an adult polyp showing the 

three main subdivisions of the body. Mouth marked with an asterisk. (B) Schematic 

representation of an adult polyp showing the general organization of a mesentery, with a close-

up of the gonad and trophic region. (C) Schematic representation of a cross section through the 
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gonad region of an adult female mesentery (marked with a dotted red line in B). Males have a 

similar morphology to females except for spermaries developing in place of oocytes in the 

gonad region. (D) Schematic representation of a cross-section through the trophic region of an 

adult mesentery (marked with a dotted blue line in A). Scale bars: (A) 1cm (C-D) 50µm. Note 

that the size and proportion differences between (C) and (D) reflect reality. (A) Adapted from 

Layden et al. 2016. Gonad region artwork in (B) and (C) by Paula Miramón-Puértolas. 

4.1.3 Nematostella vectensis as an evo-devo research organism 

Nematostella has been an increasingly popular cnidarian research organism for 

evolutionary and developmental studies in the past 20 years (Reitzel et al. 2007; Layden 

et al. 2016; Steinmetz et al. 2017). It can adapt to a large array of environmental 

conditions, and is easily kept in the laboratory where it readily reproduces both sexually 

and asexually. Spawning in males and females can be reliably induced with simple light 

and temperature variations, providing a steady supply of animals at all stages of 

development with a relatively short (3-6 months) generation time. A genome assembly 

of Nematostella is available since 2007 (Putnam et al. 2007), and was recently improved 

to chromosome-level quality using the latest methodologies (Zimmermann et al. 2020). 

It has facilitated the development and implementation of a wide array of molecular 

techniques such as in situ hybridization (Genikhovich and Technau 2009), transgenesis 

(Renfer et al. 2010; Renfer and Technau 2017), morpholino-mediated gene knock-down 

(Magie et al. 2007; Rentzsch et al. 2008) or CRISPR/Cas9 genome editing (Ikmi et al. 

2014). 

Particularly relevant for the present study, oogenesis and food uptake are tightly linked 

in Nematostella. A long-term experiment revealed that starvation leads to a slow 

decrease in egg production (Figure 8), confirming the suitability of Nematostella for the 

study of food uptake and vitellogenesis in the context of energy homeostasis.  



33 
 

Figure 8: Decrease in egg production over a long-term starvation period in female 

Nematostella. Adult female polyps fed normally (green) or fasted (blue) were induced for 

spawning every two weeks. The eggs were collected, photographed and counted using an 

imaging software (Fiji). Egg production slowly decreased over a 20-weeks period in starved 

animals, while egg production in fed females remained high. n = 12 in both groups. 

4.2 Extra- and intracellular digestion in cnidarians 

In general, cnidarians are carnivorous predators that capture and incapacitate their preys 

using cnidocyte-covered tentacles. Preys are subsequently inserted into the 

gastrovascular cavity through the mouth (Brusca et al. 2016). Digestion in cnidarians 

consists first of an extracellular digestion in the gastrovascular cavity (GVC), then in 

the uptake of resulting food particles into gastrodermal cells where digestion is finalized 

(Fautin and Mariscal 1991; Lesh-Laurie 1991; Thomas and Edwards 1991). 

Extracellular digestion and particle uptake is often enhanced by water currents created 

by ciliary flow in the GVC. In medusae, food particles are distributed throughout the 

body through radial canals that originate in the stomach and connect to the bell rim 

(Brusca et al. 2016). The morphology of the GVC is variable between the four main 

cnidarian groups (Figure 9), resulting in differences in the anatomy of digestion 
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(reviewed in Steinmetz 2019). Notably, the regions and cell types involved in 

endocytosis are still poorly described or unknown in most cnidarian groups (e.g. 

cubozoans, scyphozoans or staurozoans). 

 

Figure 9: Schematic representation of the GVC in hydrozoans (A), cubozoans (B), 

scyphozoans (C) and anthozoans (D) with a focus on the distribution of tissues involved in 

extracellular and intracellular digestion. gvc: gastrovascular cavity; hs: hypostome; mes: 

mesentery; tent: tentacle. Adapted from Steinmetz 2019. 
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Hydrozoan polyps have a simple sack-like GVC with no compartmentalization or 

specialized structures (Figure 9A) (Thomas and Edwards 1991; Bouillon et al. 2006). 

Digestive, exocrine gland cells generally locate to the polyp mouth region, while 

phagocytic and endocytic activities occur in the body column (Thomas and Edwards 

1991; Bouillon et al. 2006). Interestingly, in the well-described hydrozoan Hydra 

vulgaris, digestive gland cells are not restricted to oral regions, but unusually intercalate 

among endocytic cells along the entire body column (Haynes and Davis 1969). In 

hydrozoan medusae, digestive enzyme secretion similarly occurs by gland cells in the 

mouth tube while endocytic cells line the gastric cavity (Bouillon et al. 2006). As in 

anthozoans and scyphozoans (see below & paper 1), the gastrodermis surrounding the 

gametes seems to be a region of increased endocytic activity (e.g. Clytia hemisphaerica) 

(Roosen-Runge 1962; Amiel et al. 2010) 

The inner structure and distribution of digestive regions (both extra- and intracellular) 

of cubozoan polyps is similar to hydrozoan polyps (Figure 9B) (Chapman 1978; Laska-

Mehnert 1985). Cubomedusae present specialized digestive structures located aborally 

in the GVC, the gastric cirri (Figure 9B), which contain cnidocytes and digestive 

enzyme-secreting gland cells and are thus similar to the cnidoglandular tract of sea 

anemones (Di Camillo et al. 2006; Bentlage and Lewis 2012). A recent transcriptomic 

analysis in Alatina alata confirmed the expression of both toxin genes and digestive 

enzyme genes (e.g. chymotrypsin-like genes) in these structures (Lewis Ames et al. 

2016). To my knowledge, intracellular digestion in cubomedusae has not been studied 

yet.  

In contrast to hydrozoan and cubozoan polyps, scyphozoan polyps are 

compartmentalized: the gastrodermis extends four septa into the GVC, delimitating four 

interconnected gastric compartments (Lesh-Laurie 1991). Digestive gland cells are 

concentrated in the septa and endocytic activity has been described throughout the 

gastrodermis (Figure 9C) (Lesh-Laurie 1991; Arai 1996). Scyphomedusae have been 

studied more extensively than the polyp stage, particularly in Aurelia aurita. In Aurelia 

medusae, in situ hybridization studies showed the expression of extracellular digestive 

enzymes (e.g. trypsins, chitinases, pancreatic lipases) in gland cells located along the 
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gastric cirri and mouth tube (Steinmetz et al. 2017). Endocytic activity is present 

throughout the gastrodermis and is particularly intense in the somatic gonad area (Lesh-

Laurie 1991; Arai 1996; Steinmetz 2019). 

Anthozoans display the most complex polyp organization among cnidarians. As 

described for Nematostella, the gastrodermis of the GVC folds into bilateral-

symmetrical pairs of mesenteries (see 4.1.2) (Fautin and Mariscal 1991). The 

cnidoglandular tract (see Figure 7C-D) at the tip of the mesenteries is composed of 

cnidocytes and gland cells, and is therefore functionally similar to the gastric cirri of 

scypho- and cubomedusae (Krijgsman and Talbot 1953; Van-Praët 1985; Fautin and 

Mariscal 1991). Gland cells of the cnidoglandular tract have been shown to express 

trypsins, chitinases and pancreatic lipases in Nematostella (Steinmetz et al. 2017) and 

chymotrypsinogens in the coral Stylophora pistillata (Raz-Bahat et al. 2017). 

Endocytosis of food particles occurs throughout the gastrodermis with the exception of 

the cnidoglandular tract and ciliated tract of the mesenteries (Figure 7C-D) (Van-Praët 

1985; Shick 1991; Bumann 1995). An increased endocytic activity has been described 

in the intermediate tract of the sea anemone Actinia equina (Van-Praët 1980). 

In general, while extracellular enzymatic activity has been described in most cnidarian 

phyla, studies of intracellular digestion beyond the morphological and micro-anatomical 

level are rare in the literature. The expression of lysosomal enzymes in cnidarian tissues 

has been detected only recently through bulk or single-cell transcriptomic analyses, as 

for example in Nematostella (Sebé-Pedrós et al. 2018) and Aiptasia pallida (Ishii et al. 

2019), or in the hydromedusa Clytia hemisphaerica (Chari et al. 2021). More work is 

necessary to elucidate the intracellular phase of digestion in cnidarians, and this thesis 

provides first insights into the physiology and molecular machinery underlying this 

process in Nematostella. 

4.3 Vitellogenesis in cnidarians 

Gametogenesis in medusae occurs in gonadal structures located on the manubrium, the 

radial canals or the surface of the GVC (Lesh-Laurie 1991; Arai 1996; Bouillon et al. 

2006). In anthozoans, gametes develop in the middle part of the mesenteries (Figure 
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7C), while in hydrozoan polyps, they develop from discrete germ cell patches in the 

epidermis of the body column (Honegger et al. 1989; Bouillon et al. 2006). For the 

purpose of this work, I will focus here on female gametes. All cnidarian eggs are lecithal, 

and several modalities of vitellogenesis have been described in this group. Yolk 

production occurs to some extent autosynthetically in most species (Anderson 1974; 

Wourms 1987; Eckelbarger 1994), but ultrastructural and few molecular studies support 

also heterosynthesis in hydrozoans, scyphozoans and anthozoans.  

In Hydra, egg patches in the body column epidermis contain large numbers of germ 

cells of which one becomes a mature oocyte while the rest differentiates into nurse cells 

(Honegger et al. 1989; Miller et al. 2000). Nurse cells transfer cytoplasmic material to 

the oocyte through cytoplasmic bridges until they eventually become apoptotic and are 

phagocytosed by the developing egg (Technau et al. 2003; Alexandrova et al. 2005). 

Nurse cells have also been observed in some hydromedusae, but are notably lacking in 

the hydrozoan model Clytia where vitellogenesis has not been further described (Amiel 

et al. 2010).  

In cubozoans, the structure of the female gonad shows oocytes developing freely in the 

mesoglea without contacting the gastrodermis, as observed in Tripedalia cystophora 

(Helmark and Garm 2019), Copula sivickisi (Garm et al. 2015) and Carybdea branchi 

(Mohamed et al. 2019). Although vitellogenesis has not been studied specifically, these 

observations suggest that yolk is transported to the oocytes through the somatic cells 

and/or mesoglea of the gonad.  

In most scyphozoans, oocytes originate in the gastrodermis and bulge into the mesoglea 

where they undergo vitellogenesis. They maintain a close contact with specialized 

somatic cells, the trophocytes (Eckelbarger and Larson 1988, 1992; Arai 1996; Ikeda et 

al. 2011; Schiariti et al. 2012). These cells do not fit the definition of nurse cells as they 

do not exchange cytoplasm with the oocytes, but have nonetheless been attributed a 

nutritive role. This hypothesis is based on ultrastructural observations of endocytic 

activity in trophocytes and the underlying oolemma, and on the presence of yolk 

granules in the vicinity of the trophocytes (Eckelbarger and Larson 1988, 1992; Ikeda 
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et al. 2011). However, an early autoradiographic study conducted in Pelagia noctiluca 

failed to demonstrate a transfer of yolk precursors from the trophocytes to the egg (Avian 

et al. 1987). In Aurelia aurita, endocytic pits and vesicles were observed over the whole 

surface of the oocytes, suggesting that the uptake of yolk is not restricted to the region 

of the ECM adjacent to trophocytes (Eckelbarger and Larson 1988). Coronate 

scyphozoans (e.g. Linuche unguilata, Periphylla periphylla) appear to lack trophocytes, 

and the oocytes mature freely in the mesoglea (Eckelbarger and Larson 1992; Morandini 

and Silveira 2001; Lucas and Reed 2009). Oocytes of L. unguilata and Stomopholus 

meleagris display endocytic pits on the oolemma, suggesting again endocytosis of yolk 

from the mesoglea (Eckelbarger and Larson 1992).  

Accessory cells similar to scyphozoan trophocytes are also present in anthozoans, where 

they form a specialized structure called trophonema (Fautin and Mariscal 1991; Shick 

1991). Trophonemata were so far described in all anthozoan groups with the exception 

of sea pens and scleractinian corals (Eckelbarger et al. 2008 and citations within; Shikina 

and Chang 2016; Lauretta et al. 2018), and the ultrastructure of these cells was first 

characterized in Nematostella (Figure 10) (Eckelbarger et al. 2008). Similar to 

trophocytes, the localization of trophonemata at the interface between the GVC and the 

oocytes prompted the hypothesis of a nutritive role. This was partially supported by a 

study in the sea anemone Actinia fragacea where the uptake of radiolabeled amino acids 

and glucose appeared to be increased in the trophonema cells compared to the rest of the 

somatic gonad (Larkman and Carter 1982). In addition, an endocytic activity over the 

entire oolemma was reported in Nematostella (Eckelbarger et al. 2008) and Actinia 

fragacea (Larkman 1983). Follicle cells have also been described in the sea pen 

Pennatula aculeata, where oocyte maturation is completed in the GVC (Eckelbarger et 

al. 1998).  
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Figure 10: Ultrastructure and schematic representation of the trophonema of 

Nematostella vectensis. Each maturing oocyte contacts the gonad epithelium through a group 

of columnar cells collectively termed trophonema. Adapted from Eckelbarger et al. 2008. GD: 

gastrodermis, G. ep.: gonad epithelium, GV: Germinal vesicle, MG: mesoglea, Troph.: 

trophonema. Asterisk indicates the paratrophonemal space, of unknown function.  

Overall, the information introduced thus far demonstrate the high diversity of 

heterosynthetic vitellogenesis modalities in cnidarians based on morphological studies. 

More recent studies have shed some light on the molecular mechanisms underlying this 

process. As in bilaterians, Vitellogenin appears to play a central role during 

vitellogenesis in cnidarians: the first non-bilaterian vitellogenin gene was cloned in the 

scleractinian coral Galaxea fascicularis (Hayakawa et al. 2006). A proteomic study 

showed that Vitellogenin is the most abundant protein in the mature eggs of 

Nematostella (Lotan et al. 2014). Remarkably, the vitellogenin gene in this species 

appears to be expressed predominantly in the somatic gonad, confirming a major role 

for this region during vitellogenesis (Levitan et al. 2015). In the coral Euphyllia ancora, 

the RNA expression of vitellogenin as well as two other egg yolk components, egg 

protein and euphy, were similarly detected in the female gonad epithelium (Shikina et 

al. 2013, 2015). The corresponding proteins were found in oocytes at different stages of 

maturation (Shikina et al. 2013). In Acropora tenuis, Vitellogenin protein is found in the 

gonad epithelium and oocytes (Tan et al. 2020). A transcriptomic study in the cubozoan 

Alatina alata revealed the presence of a vitellogenin ortholog in a medusozoan (Lewis 

Ames et al. 2016), but no other orthologs have been published from any scyphozoan or 
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hydrozoan. Overall, the molecular characterization of vitellogenesis in cnidarians is 

poor, and the dynamics of this process are unknown. 

5. Aims of the study 

The present thesis aims to help understanding how cells and physiological pathways 

underlying energy homeostasis have evolved in animals. Using the sea anemone 

Nematostella vectensis as a cnidarian research organism, we focus on two different 

aspects of the energy balance: digestion and vitellogenesis. The different parts of this 

project all contribute to reconstructing the path of nutrients from their digestion to their 

incorporation in developing oocytes in Nematostella. We thereby aim to shed light on 

the physiological, cellular and molecular processes underlying energy acquisition and 

consumption in a non-bilaterian species.   

Food uptake and intracellular digestion occur via conserved endocytic pathways in 

specialized regions of the gastrodermis in Nematostella vectensis (Paper 1) 

Digestion of food in bilaterians most often occurs extracellularly in the gut lumen, into 

which digestive enzymes are secreted. In bilaterian animals possessing less complex 

digestive systems as well as in non-bilaterian species, digestion also occurs 

intracellularly: food particles are internalized into digestive cells by endocytosis and 

degraded in lysosomes. Intracellular digestion is believed to be the ancestral mode of 

food digestion in animals. The vast majority of studies, however, has studied this 

mechanism solely in the context of innate immunity in genetic model organisms (e.g. 

vertebrate macrophages digesting pathogenic bacteria). The main goal of my first 

project is therefore to get an understanding of the physiological and molecular pathways 

at play during the intracellular digestion of food in a sea anemone. This data forms the 

basis to start comparing trophic endocytic cells in Nematostella with phagocytic immune 

cells of bilaterians: given that these cell types ultimately perform very similar tasks, how 

do they relate from an evolutionary point of view? 

Conserved lipoprotein-LDL receptor pair potentially mediates lipid transport 

during vitellogenesis in the sea anemone Nematostella vectensis (Paper 2) 
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Vitellogenesis involves the transport of lipids either from extraovarian locations or from 

ovarian cells. Modalities of vitellogenesis are distributed independently of the presence 

of a developed circulatory system, making it a fascinating process to study from an 

evolutionary perspective and in the more general context of lipid transport in animals. 

As vitellogenesis is poorly characterized in cnidarians, the sister group to bilaterians, 

my second project aims at investigating the dynamics and molecular machinery at play 

during lipid transport into developing oocytes in Nematostella. By investigating this 

process, I also seek to uncover potential systemic lipid transport mechanisms in a non-

bilaterian, which might help understanding the evolution of animal circulatory systems.  

Single-cell atlas of the Nematostella vectensis mesentery uncovers a diversity of 

digestive cells and their transcriptional profiles (Paper 3) 

Mesenteries, the gastrodermal folds that line the gastric cavity of anthozoans, are 

essential for both reproduction and digestion – as illustrated in Papers 1 and 2. 

Physiological assays and candidate gene in situ hybridizations are useful approaches to 

understand the function of these structures, but they present limitations as they do not 

allow for an in-depth molecular characterization of cell types. We therefore performed 

single-cell RNA-sequencing (scRNA-seq) on the mesenteries of adult female polyps, 

with the goal of better characterizing the diversity and transcriptomic repertoires of the 

cell types present in mature Nematostella mesenteries. These include cells involved in 

extra- and intracellular digestion, nutrient uptake, reproduction, and other crucial cell 

types such as stem cells and neurosensory cells. In Paper 3, we present the results of a 

preliminary analysis of our scRNA-seq dataset focusing on the molecular 

characterization of cells involved in digestion and food uptake.   
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Chapter 2: Summary of the results  
 

1. Food uptake and intracellular digestion occur via conserved endocytic 

pathways in specialized regions of the gastrodermis in Nematostella 

vectensis (Paper 1) 

Despite being generally regarded as the ancestral food uptake and processing modality 

in animals (Yutin et al. 2009; Dayel and King 2014), endocytosis and intracellular 

digestion have seldom been studied in the context of nutrition. In Paper 1, using 

physiological and molecular assays, we investigated the uptake of food particles via 

endocytic mechanisms and their subsequent intracellular digestion in Nematostella 

vectensis.  

A first particle uptake assay using large (1µm) fluorescent latex beads (fluospheres) 

revealed that several regions of the adult mesentery display high phagocytic activity: 

fluospheres were taken up by cells of the intermediate tract, gonad epithelium and 

trophic tract (Paper 1, Figure 1A, B). Using a range of incubation times, we were able 

to show that phagocytosis in Nematostella starts within the first 30 minutes after bead 

ingestion (Paper 1, Figure 1C-C’’). While all cells of the intermediate tract appear to 

take up latex beads, only a subset of cells in the gonad epithelium and trophic tract 

appear to be phagocytic (Paper 1, Figure 1D-E’’). Similar results were obtained when 

using fluorescent E. coli in place of latex beads, suggesting that fluospheres trigger a 

physiologically relevant uptake response in Nematostella (Paper 1, Figure 1F-F’’). 

Phagocytosis as a mechanism for large particle uptake was further supported by in situ 

hybridization (ISH) data. We observed the specific expression of bacterial-membrane 

recognition genes involved in phagocytosis in bilaterians (lipopolysaccharide binding 

protein/bactericidal permeability increasing protein (LBP/BPI) and mannose receptor) 

(Paper 1, Figure 2A-B’’) in the intermediate tract, gonad epithelium and trophic tract, 

and similar expression patterns for three actin-remodeling genes (cdc42, elmo and rhoA) 

that are core regulators of phagocytosis (Paper 1, Figure 2C-E’’). 

We further investigated whether mesenteries in Nematostella take up smaller particles, 
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which would be indicative of other endocytic mechanisms. We therefore performed a 

particle uptake assay using 20nm fluospheres, which were interestingly taken up in the 

same regions of the mesenteries as their larger counterparts (Paper 1, Figure 3A, B). 

This result suggests the co-occurrence of several particle uptake mechanisms in these 

structures and enabled us to demonstrate via ISH that indeed, genes typically linked to 

receptor-mediated endocytosis were expressed in the endocytic regions of the 

mesentery. The intermediate tract, gonad epithelium and trophic tract all expressed low 

density lipoprotein receptor 4 (Nv-ldlr4), an endocytosis receptor of the LDLR family, 

as well as two clathrin genes (clathrin light and heavy chain) (Paper 1, Figure 4). 

Additional pulse-chase experiments over 14 days using 20nm fluospheres were 

performed to study the fate of the ingested fluospheres in the polyps in the longer term. 

We observed that the beads were overall retained in the cells, although some may have 

been excreted from the trophic tract within the experimental time frame (Paper 1, 

Figure 3C-E’’). There was no evidence of nano-particle transport between tissues. A 

bi-weekly exposure to 20nm beads over a period of a month resulted in a strong 

accumulation of fluospheres in vesicles of various sizes located mainly in the apical 

region of endocytic cells (Paper 1, Figure 3F, G). 

After food particles are taken up by endocytic cells, they are digested by intracellular 

digestive enzymes in the endosome/lysosome system. Using ISH, we found strong and 

specific expression of genes encoding for lysosomal enzymes (α-glucosidase, α-

mannosidase, cathepsins) (Paper 1, Figure 5 B-E’’) or lysosome-endosome fusion 

regulator proteins (Rab GTPase rab2) in endocytic regions of the mesentery (Paper 1, 

Figure 5A-A’’). This confirms the central role of the intermediate tract, gonad 

epithelium and trophic tract in the uptake and intra-cellular digestion of food in 

Nematostella. 

Finally, we studied the expression of the bilaterian mesodermal marker genes foxC and 

six4/5 in Nematostella, in an effort to explore the molecular relationship between 

cnidarian endocytic cells and bilaterian mesoderm-derived innate immune phagocytes, 

the most extensively studied endocytic cells in animals. We found these two 
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transcription factors to be expressed in the endocytic regions of the mesentery, a result 

that aligns with previous hypotheses that suggest a common evolutionary origin for the 

trophic and immune phagocytes (Paper 1, Figure 6). This observation additionally 

suggests that the endocytic regions of the mesenteries may share a common ontogenic 

origin with the trophic tract of juvenile polyps, a structure characterized by the 

expression of foxC and six4/5 and that plays a role in nutrient uptake and storage 

(Steinmetz et al. 2017). 

2. Conserved lipoprotein-LDL receptor pair potentially mediates lipid 

transport during vitellogenesis in the sea anemone Nematostella vectensis 

(Paper 2) 

Vitellogenesis, the accumulation of nutrients in growing oocytes, involves an extensive 

transport of lipids in most animals including Nematostella (Paper 2, Figure S1) 

(Polzonetti-Magni et al. 2004; Ziegler and Van Antwerpen 2006; Voet et al. 2016). We 

therefore decided to study this process as a model for understanding the fate of dietary 

lipids in the context of energy homeostasis in sea anemones, and thereby the evolution 

of systemic lipid transport in animals. 

We first assessed lipid uptake in adult female mesenteries by feeding Nematostella with 

Artemia nauplii enriched with alkyne-oleic acid (alkyne-OA), a modified fatty acid that 

can be visualized using ‘Click chemistry’. A 20 hours or 7 days alkyne-OA pulse-chase 

experiment revealed oleic acid uptake in the trophic tract, intermediate tract, gonad 

epithelium and developing oocytes (Paper 2, Figure 1). We observed a shift of the 

signal from the distal-most region towards the center of the trophic tract between 20 

hours and 7 days of chase (Paper 2, Figure 1B, C). Strikingly, alkyne-OA-positive 

vesicles were observed in the extracellular matrix (mesoglea) of the trophic tract after 7 

days (Paper 2, Figure 1E). This suggests a potential lipid transport from the aboral part 

of the mesentery towards other regions of the polyp body. In the intermediate tract, 

alkyne-OA signal was observed after 20 hours of chase but not after 7 days, suggesting 

that a depletion of alkyne-OA either through intra-cellular metabolism or extra-cellular 

transport (Paper 2, Figure 1F, G). The incorporation of alkyne-OA into growing 

oocytes indicated that the compound was a suitable marker to study fatty acid transport 
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during vitellogenesis in Nematostella (Paper 2, Figure 1H, I). 

Using short alkyne-OA incubation periods, we observed fatty acid uptake at the apical 

end of gonad epithelial cells within the first 30 minutes after ingestion (Paper 2, Figure 

2A). After 1 hour of exposure, additional small alkyne-OA-positive vesicles became 

visible towards the base of the epithelium (Paper 2, Figure 2B) and within 2 hours of 

incubation, alkyne-OA was detected in the cytoplasm of the oocytes (Paper 2, Figure 

2C). Signal in the developing eggs appeared to be specifically enriched in the oocyte 

regions adjacent to the gonad epithelium (Paper 2, Figure 2D). Altogether, our results 

strongly suggest a fast (< 2h) trans-epithelial transport of lipids during vitellogenesis in 

Nematostella. Notably, we did not observe any alkyne-OA uptake in the trophonema, a 

specialized epithelial structure linking the oocytes to the somatic gonad and historically 

believed to play a crucial role in nutrient transport during anthozoan vitellogenesis 

(Paper 2, Figure 2E). 

Confirming previously published data (Hayward et al. 2010; Levitan et al. 2015), we 

found an ortholog of the conserved yolk precursor gene vitellogenin expressed 

exclusively in the gonad epithelium (Paper 2, Figure 3A-A’’, S4). A Nematostella 

ortholog of the apoB gene, involved in bilaterian systemic lipid transport, was found to 

be expressed in the gonad epithelium, intermediate tract and trophic tract regions (Paper 

2, Figure 3B-B’’, Figure S5). In addition to its expression in the gonad epithelium, 

ApoB is closely related to Vitellogenin (Paper 2, Figure S4) and presents a similar 

domain structure (Hayward et al. 2010), indicating that it may also contribute to lipid 

transport into the oocytes. Its broader expression pattern in the mesentery also suggests 

a potential role in lipid transport beyond vitellogenesis.  

To test these hypotheses, we used CRISPR-Cas9 to generate a genomic knock-in line 

expressing a fluorescent ApoB-PSmOrange fusion protein (Paper 2, Figure 4). In 

female polyps, we found the ApoB fusion protein localized in regions broadly 

overlapping with RNA expression patterns (Paper 2, Figure 4A-A’’). We surprisingly 

could not detect ApoB-PSmOrange in growing oocytes using this assay, suggesting that 

ApoB is not internalized to a significant extent during lipid transport into the eggs and 
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is therefore unlikely to play a major role during vitellogenesis. Surprisingly, however, 

ApoB may be involved in spermatogenesis: in the male gonad region, the fusion protein 

was detected in small vesicles associated with developing sperm cells in the spermaries 

(Paper 2, Figure 4B-B’’). ApoB-PSmOrange was also prominent in the trophic tract 

(Paper 2, Figure 4C-C’’), further reinforcing our hypothesis of lipid transport occurring 

from or within this structure.  

Finally, we decided to investigate the molecular machinery underlying lipid uptake 

during vitellogenesis in Nematostella. We identified several orthologs of receptors 

belonging to the low-density lipoprotein receptor (LDLR) family (Paper 2, Figures S6, 

S7) and could show that three of these genes (vldlrA, vldlrB, lrp1) are specifically 

expressed at different stages of oocyte growth (Paper 2, Figure 3C-E’’). We therefor 

reveal the presence of a conserved lipoprotein-LDL receptor pair in Nematostella, 

indicating that the molecular mechanisms underlying vitellogenesis in this species are 

very reminiscent of bilaterian systemic lipid transport despite the absence of a 

circulatory system.  

3. Single-cell atlas of the Nematostella vectensis mesentery uncovers a 

diversity of digestive cells and their transcriptional profiles (Paper 3) 

Uncovering the diversity of cell types and transcriptional repertoires present in the 

mesenteries is essential to better characterize these structures that play key roles in 

digestion and reproduction in anthozoans. Building upon a previously published single-

cell RNA-sequencing (scRNA-seq) study conducted on sexually immature polyps 

(Sebé-Pedrós et al. 2018), we performed targeted scRNA-seq on the microdissected 

mesenteries of adult female Nematostella (Paper 3, Figure 1A). In Paper 3, we 

introduce the preliminary results of a first analysis of this dataset focusing on cell types 

involved in extra- and intracellular digestion. 

Using a MARS-Seq approach, the single cell transcriptomes of 6767 cells were 

bioinformatically grouped into 41 distinct clusters characterized by unique sets of 

marker genes (Paper 3, Figure 1B). Using ISH, we were able to assign a putative 

identity to most clusters based on marker gene expression pattern, transcriptional 
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signatures, cell localization and morphology. First, we validated the clustering by 

identifying previously described cell types such as cnidocytes and retractor muscle 

(Paper 3, Figure S2). Then, in order to test how our dataset relates to the previously 

published whole-organism atlas (Sebé-Pedrós et al. 2018), we merged both datasets and 

performed a new clustering analysis (Paper 3, Figure S3A-C). We obtained 81 clusters 

of which many grouped cells originating from both datasets, therefore indicating the 

reduced likelihood of a strong batch effect influencing our results. This new analysis 

additionally allowed us to validate our tissue-specific approach: as expected, a cluster 

defined by the expression of the yolk precursor gene vitellogenin contained exclusively 

cells from our adult female mesentery dataset (Paper 3, Figure S3D), while another 

cluster expressing the epidermal marker tetraspanin only contained cells from the 

whole-organism dataset (Paper 3, Figure S3E).  

Our mesentery dataset analysis allowed us to identify sub-populations within cell type 

families such as neurosensory (6 clusters) or neuroglandular cells (4 clusters), and we 

could detect a cluster corresponding to oocytes (Paper 3, Figure 1B). Remarkably, 

however, the most diverse cell type in the Nematostella mesentery are gland cells with 

12 clusters likely representing each a different gland cell type (Paper 3, Figure 1B). 

The transcriptomic profiles of these clusters revealed a high diversity of identifiable 

digestive gland cells (6 clusters) expressing specific sets of extracellular digestive 

enzymes. We notably identified three clusters expressing a selection of trypsin-like 

genes (Paper 3, Figure 2A), and three clusters specialized respectively in the expression 

of phospholipases (Paper 3, Figure 2B), chitotriosidases (Paper 3, Figure 2C) or other 

peptidases (Paper 3, Figure 2D). In situ hybridization experiments using marker genes 

for these cell populations confirmed the previously reported location of gland cells in 

the cnidoglandular tract, and highlighted their typically elongated and vesicle-rich 

morphology (Paper 3, Figure 2E-H). 

After ingested food has been broken down extracellularly under the action of digestive 

enzymes, food particles are taken up by cells of the mesentery (Paper 1, Figures 1 and 

3). In our scRNA-seq dataset, we could identify three cell clusters expressing a variety 

of endocytosis and lysosomal marker genes, and thus representing three putative trophic 
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endocyte cell types (Paper 3, Figure 3A). These include endocytosis receptor genes 

(e.g. mannose receptor, ldlr), actin remodeling genes (e.g. elmo, rhoA) and clathrin 

genes. The role of these cells in intracellular digestion was corroborated by the 

expression of lysosomal enzyme genes, such as cathepsins and lysosomal lipases (Paper 

3, Figure 3B). The spatial expression patterns of endocytic marker genes revealed that 

cells from all three clusters are located in the intermediate tract of the septal filament 

(Paper 3, Figure 3C-E). In addition, two clusters appear to group cells located in the 

trophic tract while the third one is represented by cells from the gonad epithelium (Paper 

3, Figure 3E). Overall, these results further confirm our previous observations (Paper 

1) on a single cell transcriptomic level and allow for a deeper characterization of 

digestive cells on the molecular level.  
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Chapter 3: Discussion 
 
The goal of the present thesis was to shed light on the evolution of the cells and 

molecules underlying two mechanisms linked to energy homeostasis in animals: (1) the 

uptake and digestion of food, which allows organisms to acquire and store energy, and 

(2) vitellogenesis, during which maturing oocytes act as a nutrient sink. We present here 

the first study to combine physiological and molecular approaches to investigate these 

mechanisms in a non-bilaterian animal, the sea anemone Nematostella vectensis. 

1. Intracellular digestion, an ancestral feeding mode 

The uptake of particles through endocytic mechanisms (e.g. receptor-mediated 

endocytosis, phagocytosis) and subsequent intracellular digestion are highly conserved 

in eukaryotes, including in single-celled organisms such as choanoflagellates (Dayel and 

King 2014). Endocytosis is therefore believed to be the ancestral feeding mode in 

metazoans (Yutin et al. 2009; Dayel and King 2014). Among animals, this process has 

however so far been mainly studied in vertebrates and insects in the context of innate 

immunity (Rabinovitch 1995; Gordon 2016; Nazario-Toole and Wu 2017; Rosales and 

Uribe-Querol 2017). A major aspect of this thesis therefore aimed at characterizing 

nutritive endocytosis and intracellular digestion on the physiological and molecular 

levels in the cnidarian Nematostella vectensis, in order to better understand the evolution 

of endocytic cell types in animals. 

1.1 Bilaterian particle uptake mechanisms are conserved in Nematostella 

1.1.1 The regionalized gastric cavity of anthozoans 

The gastric cavity of anthozoans is not a uniform, sack-like blind gut, as found for 

example in hydrozoans, but is compartmentalized by complex gastrodermal folds with 

functions in nutrition and reproduction: the mesenteries (Fautin and Mariscal 1991; 

Brusca et al. 2016). In Paper 1, we show that three specific regions of adult female 

mesenteries are involved in the uptake of BSA-coated latex beads: the intermediate tract 

of the septal filament, the somatic epithelium of the gonad (which surrounds immature 

oocytes) and the aboral trophic tract. Moreover, we describe in Paper 2 that these three 
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regions are not only taking up particulate matter but are also involved in the absorption 

of fatty acids delivered in solution to the gastric cavity, adding more support to their 

prominent nutritive role in Nematostella.  

Previous studies using particle and dissolved nutrient uptake assays conducted in the sea 

anemone Actinia equina pointed to the intermediate tract as the main endocytic region 

in the anthozoan gastric cavity (Van-Praët 1978, 1980). Using petroleum and cod liver 

oil, the same author found that lipid uptake also occurred in this structure as well as in 

other unspecified regions of the mesenteries. These likely correspond to the previously 

uncharacterized region that we have newly termed ‘trophic tract’ (Van-Praët 1980). A 

similar degree of regionalization of endocytic and absorptive activities has not been 

observed in other cnidarian groups and currently seems to be found only in anthozoans. 

In hydrozoan and cubozoan polyps, the gastric cavity is not compartmentalized and 

endocytic cells are distributed in the gastrodermis all along the body column (Haynes 

and Davis 1969; Lesh-Laurie 1991; Bouillon et al. 2006). A similarly wide distribution 

of endocytes is found in the medusa life stage of hydrozoans and scyphozoans, although 

a higher endocytosis activity has been reported in the gonad region of Aurelia aurita 

(Scyphozoa) and in the gonad region and tentacle bulbs of Clytia hemisphaerica 

(Hydrozoa) (Lesh-Laurie 1991; Arai 1996; Bouillon et al. 2006; Amiel et al. 2010).  

The high endocytic activity observed in the intermediate tract is intimately linked to the 

adjacent ciliated tract, which creates a water flow causing the accumulation of particles 

and macromolecules (see mesentery morphology Figure 7C). Why is it, however, that 

the rest of the gastrodermis does not equally participate in food uptake in Nematostella? 

I hypothesize that the presence of specialized endocytic regions increases the efficiency 

of other physiological processes that are also tied to the regionalization of the mesentery, 

namely vitellogenesis and nutrient storage. We have shown in Paper 2 that fatty acids 

absorbed by the epithelial cells of the gonads were rapidly transported through the 

epithelium and incorporated in vitellogenic oocytes. Additionally, previous work in 

juvenile polyps has found the trophic tract to be a nutrient storage tissue (Steinmetz et 

al. 2017), and large lipid reserves were also observed in this structure in adults. The 

proximity between endocytic cells and nutrient sinks reduces the necessity and distances 
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for nutrient transport, therefore representing a parsimonious physiological solution. The 

mechanisms underlying vitellogenesis and the possibility of systemic nutrient transport 

from the trophic tract towards other parts of the body are further discussed in part 2 of 

this chapter. 

1.1.2 Several conserved endocytic pathways at play in the mesentery 

The size of internalized particles is a defining characteristic to distinguish between 

different endocytic pathways. Notably, phagocytosis mediates the uptake of large (> 

0.5µm) particles, while smaller particles and macromolecules are likely to be taken up 

via receptor-mediated endocytosis or macropinocytosis. Therefore, the results of our 

micro- and nanoparticle uptake assays suggest the occurrence of at least two different 

endocytic pathways in Nematostella. This is further confirmed by the co-expression of 

marker genes for both phagocytosis and receptor-mediated endocytosis, which are 

remarkably conserved among animals, in the three endocytic regions of the mesentery 

(Yutin et al. 2009; Beljan et al. 2020). Examples include low-density lipoprotein 

receptors (LDLR, e.g. vldlrA, lrp1), GTPases of the Ras superfamily (rab2, cdc42, rhoA) 

that are key players in actin remodeling during vesicle trafficking, endo- and exocytosis 

(Beljan et al. 2020), or clathrin genes, which encode the scaffold proteins characteristic 

of clathrin-mediated endocytosis (McMahon and Boucrot 2011). Altogether, our results 

support phagocytosis and clathrin-mediated endocytosis, two endocytic pathways 

highly conserved among animals, as the main endocytic pathways underlying food 

uptake in Nematostella. Recently, macropinocytosis has been claimed to occur 

ubiquitously in the coral Stylophora pistillata, but the study did not include mesenteries 

(Ganot et al. 2020). The authors also suggest that macropinocytosis occurs in most 

anthozoans. Our current assays do not allow us to assess this assumption in Nematostella 

as it is challenging to distinguish between micropinocytosis and receptor-mediated 

endocytosis: their particle size range overlap, and specific macropinocytosis marker 

genes are lacking. Combining particle uptake assays with macropinocytosis-specific 

inhibitors (e.g. Phosphoinositide 3-kinase inhibitor Wortmannin; Williams & Kay, 

2018) will be necessary to answer that question. 
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Interestingly, while the gastric cavity displays a clear regionalization with regards to 

food uptake, the endocytic regions do not appear to show any further functional or 

spatial segregation. We found that the intermediate tract, gonad epithelium and trophic 

tract internalize both large (1µm) and small (20nm) particles as well as macromolecules, 

suggesting the co-occurrence of several modes of particle uptake in all endocytic 

regions. Two different scenarios may explain this observation: either we cannot 

currently distinguish between distinct specialized populations of trophic endocytes 

taking up specific types of cargoes within one endocytic region, or several uptake 

mechanisms co-occur within the same cells. Considering that all cells of the intermediate 

tract seemed to take up each of the products tested in our assays, and the uniform 

expression patterns of endocytosis-related genes in all three regions, our results indicate 

that phagocytosis and receptor-mediated endocytosis are likely to co-occur in the same 

cells. This assumption is also supported by the single cell sequencing dataset in which 

endocytic cell types did not display mechanism-specific transcriptomes (see 1.2.2). 

Future work will investigate the potential co-occurrence of endocytic mechanisms, 

including macropinocytosis, in single cells of the three endocytic regions. Taking 

advantage of the well-characterized ultrastructural features of each of these particle 

uptake modalities, we plan on investigating the ultrastructure of endocytic cell types 

after incubation with various substrates using transmission electron microscopy, 

allowing for the direct visualization of the internalization process. 

1.2 Uncovering the diversity of digestive cell types in a cnidarian model 

A recent whole-organism single-cell RNA sequencing (scRNA-seq) study conducted on 

juvenile Nematostella polyps (Sebé-Pedrós et al. 2018) demonstrated that a surprisingly 

large number of cell types are present in this species, questioning the historical belief 

that a ‘simple’ body plan such as that of cnidarians is reflected by a low cell type 

diversity (Valentine 2003). In Paper 3, we used the same scRNA-seq approach to 

sequence single cells of the mesenteries of adult female polyps and observed an 

accordingly high diversity of putative digestive cell types in Nematostella. 
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1.2.1 Specialized gland cells are responsible for extracellular digestion 

The scRNA-sequencing of whole polyps revealed a large number of putative gland cells 

(Sebé-Pedrós et al. 2018), and this cell type family was the most represented in our 

mesentery dataset. Upon further analysis of transcriptional profiles, it appeared that at 

least 6 of these clusters correspond to digestive gland cells, each characterized by the 

expression of a specific set of extracellular digestive enzyme genes (e.g. trypsin, 

carboxypeptidase, chitotriosidase). All digestive gland cells were localized in the 

cnidoglandular tract of the septal filament, a region of the mesentery previously known 

to be composed of gland cells and cnidocytes and to play a role in extracellular digestion 

in anthozoans (Van-Praët 1985; Fautin and Mariscal 1991). Moreover, most digestive 

gland cells were concentrated in the aboral region of the mesentery. This was previously 

observed in A. equina (Van Praët 1982) and in the coral S. pistillata (Raz-Bahat et al. 

2017), indicating that the septal filaments in anthozoans are also regionalized along the 

oral-aboral axis with regards to extracellular digestion.  

Ultrastructural studies described the occurrence of several distinct types of zymogen 

cells in sea anemones (Van-Praët 1985; Shick 1991), and double color in situ 

hybridizations showed the mutually exclusive expression of chitotriosidase/chitinase 

and trypsin genes in cells of the cnidoglandular tract in juvenile Nematostella polyps 

(Steinmetz et al. 2017). Indeed, our scRNA-seq analysis allowed us to differentiate and 

classify the digestive gland cells of the mesentery based on their enzyme repertoires into 

four groups: we identified trypsinergic gland cells, Phospholipase producers, Chitinase 

producers and producers of other peptidases (e.g. Carboxypeptidases). Interestingly, the 

presence of specialized digestive gland cells is not an anthozoan peculiarity: 5 distinct 

glandular cell types involved in extracellular digestion were similarly described in the 

hydrozoan medusa Clytia hemisphaerica (Chari et al. 2021). Future work will reveal if 

the gland cell diversity seen in anthozoans and hydrozoans reflects an ancestral situation 

or has occurred by convergent evolution in different cnidarian phyla. 

The production of digestive enzymes in the animal gut is energetically costly, and is 

therefore tightly regulated. In bilaterians possessing a regionalized through-gut, the 
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expression of extracellular digestive enzymes is restricted to specific segments of the 

digestive tract: for example, the expression of sugar-degrading glycosidases occurs in 

anterior regions of the Drosophila midgut, while peptidases are expressed more 

posteriorly (Dutta et al. 2015). Consistent with these results, 15 populations of 

enterocytes, some characterized by specific enzymatic repertoires, were identified in a 

scRNA-seq study of the fly midgut (Hung et al. 2020). While such a division of labor 

with regards to extracellular digestive enzyme production is coherent in the context of 

sequential digestion in a regionalized gut, its relevance in a sack-like gastric cavity is 

less obvious. A prevalent hypothesis suggests that enzyme duplication events drove the 

diversification of gland cells in animals (Brückner and Parker 2020). This theory is 

supported by a genomic analysis of the Nematostella tryptome that revealed a wide 

diversification of trypsin genes linked to gene duplications and domain acquisitions 

(Babonis et al. 2019). The emergence of specialized gland cell types in the context of 

cnidarian digestion might have allowed for subtle variations in the digestive process in 

the absence of a morphological regionalization of the gut. Examples of such variations 

are the temporal regulation of enzyme production, or the activation of a subset of gland 

cells depending on the composition of the ingested food.  

1.2.2 Single-cell transcriptomics highlights three distinct populations of endocytic 

cells 

Three cell clusters in our scRNA-seq dataset were annotated as putative trophic 

endocytes based on the expression of genes typically involved in phagocytosis, receptor-

mediated endocytosis and lysosomal digestion. ISH of marker genes revealed that these 

three clusters represent cells located in the intermediate tract, gonad epithelium and 

trophic tract of the mesentery, overall matching the distribution of highly endocytic 

regions previously described (see Papers 1 and 2) and thus supporting their role in 

intracellular digestion.    

Based on the observation that the endocytic regions of the mesenteries use at least two 

different endocytic pathways, we hypothesized that this could be explained either by the 

presence of several, intermingled endocytic cell types or by the co-occurrence of 
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different endocytosis modes in the same cells (see section 1.1.2 of the present chapter). 

Our scRNA-seq results bring a new perspective to this question and indicate that these 

hypotheses are not mutually exclusive: while three distinct populations of trophic 

endocytes are apparent in the endocytic regions of the mesentery, all of these cells 

express genes supporting both clathrin-mediated endocytosis (e.g. clathrin heavy and 

light chain genes) and phagocytosis (e.g. rhoA). What then are the differences between 

these three endocytic cell types? 

Two of these clusters display a relatively strong expression of partially overlapping sets 

of endocytosis markers and lysosomal enzyme genes, supporting a prevalent role in 

intracellular digestion. However, while one cluster is broadly spread over the 

intermediate and trophic tract, the other one locates mainly in a small subset of cells 

within the trophic tract. The reason for this cellular subdivision of the trophic tract is 

unclear, and cannot be deducted readily from the transcriptomic analysis of both cell 

clusters. Further work, including additional ISH to demarcate the precise localization of 

both sub-populations of cells and ultrastructural comparisons are necessary to elucidate 

the precise role of these cells during intracellular digestion. The third identified trophic 

endocyte cell population presents more distinct features, including a characteristic 

localization in the gonad epithelium which harbors vitellogenin-producing cells 

(Levitan et al. 2015). This confirms previous observations of particle and nutrient uptake 

in this region, and strongly suggest a dual role in nutrition and vitellogenesis for these 

cells.  

Additionally, all three trophic endocytes populations appear to be present in the 

intermediate tract, which was previously shown to carry a nutritive function (Van-Praët 

1978, Paper 1). Further experiments are needed to investigate the differences between 

the three cell types and the potential functional advantages resulting from their 

colocalization.   

1.3 A common evolutionary origin for trophic endocytes and innate immune cells? 

Although feeding is likely the ancestral function of phagocytosis (Yutin et al. 2009; 

Dayel and King 2014), this endocytic pathway is also used by innate immune cells (e.g. 



58 
 

vertebrate macrophages) to clear the body of pathogens, undesirable particles and 

apoptotic cells (reviewed in Gordon, 2016; Rosales & Uribe-Querol, 2017). The 

molecular mechanisms and cell types involved in the phagocytosis of food particles or 

pathogens share many similarities, prompting the hypothesis of a shared evolutionary 

origin of trophic and immune phagocytes (Broderick 2015; Hartenstein and Martinez 

2019). These similarities range from the consistency of ultrastructural processes, 

regardless of the nature of the cargo, to shared receptors and enzymes responsible for 

particle recognition and degradation (Rougerie et al. 2013; Broderick 2015; Lancaster 

et al. 2019). In fact, some cell types (e.g. sponge archaeocytes) engage in both immune 

and nutritive phagocytosis (Imsiecke 1993; Funayama et al. 2005). In Nematostella, the 

boundaries between nutrition and defense against exogenous material and organisms in 

the gastric cavity are similarly unclear. We have shown that the trophic endocytes of the 

mesentery readily take up inactivated E. coli particles, which could represent an immune 

response although it is unknown whether bacteria are also a part of the diet in this 

species. The molecular machinery underlying phagocytosis appears highly conserved 

between Nematostella and bilaterians, as discussed previously, and includes genes 

typically involved in the innate immune response in vertebrates. We have notably shown 

expression of the LBP/BPI gene, which binds bacterial lipopolysaccharide and triggers 

the phagocytosis of pathogens in mammals (Grunwald et al. 1996; Weiss 2003), in 

endocytic regions of the Nematostella mesenteries. We also found an ortholog of the 

mannose receptor gene, encoding a pattern recognition receptor in vertebrate 

macrophages, expressed in the same regions (Gazi and Martinez-Pomares 2009). 

Similarly expressed in the Nematostella mesentery, the actin-remodeling gene elmo is 

involved in the phagocytic removal of apoptotic cells from C. elegans to mammals 

(Gumienny et al. 2001; Park et al. 2007). In addition, the array of intracellular digestive 

enzyme genes identified in trophic endocytes (e.g. cathepsins, lipases) is also 

responsible for the breakdown of pathogens in the lysosome of immune cells (Broderick 

2015; Gray and Botelho 2017).  

Further comparisons of bilaterian endocytic cell types involved in nutrition with immune 

phagocytes is however hindered by the lack of studies focusing on trophic endocytic 

cells. To the best of our knowledge, molecular studies on trophic phagocytes in 
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bilaterians have only been conducted in planarians and acoels. Planarian gastric 

phagocytes have been shown to express a range of endocytosis-related genes similar to 

that observed in Nematostella (e.g. rhoA, cdc42, clathrin), as well as the transcription 

factor nkx2.2 which is typically expressed in endoderm-derived enteroendocrine cells of 

the mammalian gut (Forsthoefel et al. 2012; Gross et al. 2015). Another planarian study 

showed however that phagocytes of the gastric cavity express foxF1, which is a marker 

for the lateral plate mesoderm of vertebrates (Scimone et al. 2018; Prummel et al. 2020). 

In acoels, a recent publication of the scRNA-seq transcriptome presented a description 

of putative intracellular digestive cell types based on lysosomal marker genes, without 

revealing their distinct transcription factor profiles (Duruz et al. 2021). Altogether, the 

scarcity of data makes a comparison of immune and trophic phagocytic cell types 

difficult even among bilaterians. 

Nevertheless, we can make a first try to compare trophic endocytes with developmental 

regions or cell types in bilaterians. Interestingly, we found that the transcription factors 

foxC and six4/5 are shared among endocytic regions of the mesentery in Nematostella. 

The combination of these transcription factors (together with nkx3/bagpipe expressed in 

the juvenile trophic tract; Steinmetz et al. 2017) is reminiscent of the ventro-lateral 

mesoderm of vertebrates and insects (Azpiazu and Frasch 1993; Evans et al. 1995; 

Topczewska et al. 2001; Clark et al. 2006). This surprising transcription factor profile 

not only highlights a ‘mesodermal affinity’ of trophic endocytes in Nematostella, but 

also suggests a possible similarity with phagocytic cells of mesodermal origin, such as 

the innate immune cells of insects and vertebrates, or the coelomocytes of echinoderms, 

nematodes and annelids (Herbomel et al. 1999; Evans et al. 2003; Amin et al. 2010; 

Smith et al. 2018; Engelmann et al. 2018).  

Overall, we provide a first account of the general transcriptome and transcription factor 

profile of trophic endocytes in a non-bilaterian organism. This sets the basis for future 

comparative studies between phagocytic cell types in animals. Specifically, a deeper 

analysis and larger taxon sampling among bilaterians possessing trophic phagocytes 

(e.g. amphioxus, acoelomorphs) is necessary to better understand the relationship 

between immune and nutritive cell types. 
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2. Investigating the fate of dietary nutrients in Nematostella: trans-

epithelial lipid transport during vitellogenesis 

Digested dietary nutrients in bilaterians are usually transported from the digestive cells 

towards other parts of the body where they support metabolism or are stored for future 

use. In order to elucidate the fate of nutrients digested intracellularly in the endocytic 

regions of the Nematostella mesentery, we studied vitellogenesis as a paradigm for this 

process in a cnidarian. Vitellogenesis, the accumulation of nutrients in growing oocytes, 

typically involves the transport of dietary lipids. Our results, interpreted from an 

evolutionary perspective, shed light on the mechanisms of vitellogenesis in anthozoans 

and on the molecular and cellular evolution of lipid transport pathways in animals.  

2.1 Modalities of vitellogenesis in a cnidarian model 

2.1.1 Vitellogenesis is mainly heterosynthetic in Nematostella 

After establishing the prevalent role of the gonad epithelium in food uptake in Paper 1, 

we show in Paper 2 the fast trans-epithelial transport (< 2 hours) of a dietary lipid tracer 

from the gastric cavity into growing oocytes. Additionally, we confirmed previously 

published high expression levels of vitellogenin, a highly conserved yolk precursor gene 

abundant in Nematostella eggs (Lotan 2014), in the gonad epithelium surrounding the 

oocytes (Levitan et al. 2015). Our observations are also consistent with previous studies 

claiming the prevalence of heterosynthetic vitellogenesis in cnidarians, i.e. the 

production of yolk precursors in somatic tissue and their subsequent transfer into the 

eggs (Schechtman 1955). This hypothesis was based both on ultrastructural data, which 

showed the presence of numerous endocytic pits on the surface of the oolemma 

(Eckelbarger and Larson 1988, 1992; Eckelbarger et al. 1998), including in 

Nematostella (Eckelbarger et al. 2008), and on the production of yolk precursors in 

somatic cells (Shikina et al. 2013, 2015; Levitan et al. 2015). 

The gonads of mature female Nematostella polyps fed consistently in the laboratory 

contain oocytes at all stages of maturation at all times (Eckelbarger et al. 2008), and 

spawning can be sustainably induced every second week for years on end. Moreover, 

vitellogenesis in anthozoans is believed to be initiated as soon as small oocytes bulge 
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from the gastrodermis into the mesoglea, suggesting that it likely takes place for the 

majority of the time during which an egg is present in the gonad (Shick 1991; 

Eckelbarger et al. 2008; Shikina et al. 2013). Such consistent rates of oocyte maturation 

during the reproductive life of the organism come with high nutritive requirements, and 

the direct and quick trans-epithelial transport of dietary nutrients from the gastric cavity 

into the oocytes is therefore consistent with this reproductive strategy (see Eckelbarger 

1994 for a review on the correlation between vitellogenesis modes and animal life 

histories). Our observations do not exclude the possibility that autosynthesis, the 

endogenous production of yolk by the oocytes, takes place concurrently to 

heterosynthesis in Nematostella. However, as it appears that the oocytes in this species 

contain large amounts of heterosynthetic yolk (67% of the total protein content of 

ovulated eggs, Lotan et al. 2014) and as autosynthetic vitellogenesis is associated with 

increased maturation time and slower egg production rates (Eckelbarger 1994), it seems 

unlikely that autosynthesis contributes significantly to vitellogenesis in Nematostella. 

2.1.2 A role for gonad accessory cells in lipid transport during vitellogenesis 

It is tempting to draw parallels between the gonad epithelium in Nematostella and the 

ovarian follicle cells which surround the gametes in many animal groups, including in 

vertebrates where they are known to trigger ovulation through hormone secretion 

(Polzonetti-Magni et al. 2004). According to Wourms (1987), who reviewed the 

literature to establish a consensual definition of this polymorphic cell type, follicle cells 

are of somatic origin and do not maintain cytoplasmic bridges with the oocytes. They 

are considered to perform at least one of the following functions: (1) provide mechanical 

support or protection to the oocytes, (2) produce secondary envelopes around the 

oocytes, (3) produce metabolites and yolk precursors, (4) resorb apoptotic oocytes 

(Wourms 1987). Cells of the gonad epithelium in Nematostella indeed match several of 

these criteria. They are of somatic origin and an ultrastructural study showed no 

evidence of cytoplasmic bridges with the oocytes (Eckelbarger et al. 2008). 

Functionally, the anthozoan gonad epithelium surrounds growing oocytes, providing 

mechanical support, and contributes to the production of yolk precursors (Levitan et al. 

2015; Paper 2) and protective mucus enveloping the eggs before spawning (Frank and 
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Bleakney 1976; Uhlinger 1997). In cnidarians, follicle cells have been described in 

scyphozoans (Eckelbarger and Larson 1993; Tiemann and Jarms 2010) and 

pennatulaceans (sea pens, Anthozoa) (Eckelbarger et al. 1998). They have not however 

been formally identified in a previous publication describing the ultrastructure of 

oogenesis in Nematostella (Eckelbarger et al. 2008). Based on the strong structural and 

functional similarities with follicle cells described in bilaterians and other cnidarians, I 

propose for the gonad epithelium in Nematostella to be considered a follicular tissue.  

The same ultrastructural study postulated that during vitellogenesis in Nematostella, 

nutrients are partly taken up by the oocytes from the mesoglea through endocytosis, and 

partly channeled from the gastric cavity into the eggs via the trophonema (Eckelbarger 

et al. 2008). Our results only partially support these findings: we did not observe any 

uptake of food particles, fatty acids or glucose (data not shown) in trophonemata, 

challenging their proposed nutritive role (Larkman and Carter 1982; Fautin and Mariscal 

1991; Shick 1991). The presence of a thin mesoglea layer between the epithelium and 

the oocytes suggests that lipid transport may occur through the extracellular matrix, 

possibly through mesogleal pores which have been described in Hydra (Shimizu et al. 

2008).  

Accessory cells associated with growing oocytes have been described both in bilaterian 

(reviewed in Polzonetti-Magni et al. 2004; Brusca et al. 2016) and non-bilaterian groups 

including cnidarians (Eckelbarger and Larson 1993; Eckelbarger et al. 1998; Tiemann 

and Jarms 2010) and sponges (Leys and Degnan 2005; Degnan et al. 2015). First thought 

to be restricted to vertebrates and insects (Eckelbarger 1994), heterosynthetic 

vitellogenesis has also been found in cnidarians (Eckelbarger 1979; Eckelbarger et al. 

2008; Shikina et al. 2013, 2015; Levitan et al. 2015), sponges (which also possess 

nutritive nurse-like cells; Adiyodi and Adiyodi 1983; Wourms 1987) and ctenophores 

(Hernandez-Nicaise 1991). These observations, supported by the present work, suggests 

that the last common ancestor of bilaterians and cnidarians may have used 

heterosynthetic yolk production, which may have been mediated by accessory cells 

similar to the follicle cells found in cnidarians and bilaterians. 
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2.2 Conserved lipoprotein-lipoprotein receptor pairs mediate lipid transport in 

Nematostella 

Lipid transport in animals is mediated by proteins of the Large Lipid Transfer Proteins 

(LLTP) family, which is conserved from placozoans to vertebrates (Babin et al. 1999; 

Smolenaars et al. 2007; Wu et al. 2013). Here, we investigated the potential roles of two 

LLTPs found in Nematostella: the yolk precursor Vitellogenin and an ortholog of 

vertebrate ApolipoproteinB (ApoB) and insect Apolipophorins, which are involved in 

systemic lipid transport (including vitellogenesis) in bilaterians (Smolenaars et al. 2007; 

Voet et al. 2016).  

2.2.1 Vitellogenin uptake into the oocytes via VLDLR-mediated endocytosis 

Vitellogenin, a specialized member of the LLTP family, plays a key role as a yolk 

precursor in all major animal groups except eutherian mammals (Babin et al. 1999; 

Smolenaars et al. 2007; Riesgo et al. 2014). The Nematostella vitellogenin gene is 

expressed exclusively in the female somatic gonad epithelium (Levitan et al. 2015; 

Paper 2) while the Vtg protein was shown to be the most abundant protein in the mature 

eggs (Lotan et al. 2014), suggesting that it is transported from the gonad epithelium into 

the oocytes. In addition, the protein domain structure of Nematostella Vitellogenin is 

identical to the bilaterian protein (Hayward et al. 2010). Altogether, this suggests a 

conserved role as a yolk precursor in this species. 

In bilaterians, Vitellogenin synthesized in extra-ovarian tissues (e.g. vertebrate liver, 

hepatopancreas in crustaceans, intestinal cells in nematodes; Adiyodi and Adiyodi 1983; 

Wallace 1985) and/or in ovarian accessory cells (e.g. follicle cells in Drosophila or X. 

laevis; Brennan et al. 1982; Wallace 1985) is internalized into the oocytes via LDL 

receptor-mediated endocytosis (Kawooya and Law 1988; Raikhel and Dhadialla 1992; 

Subramoniam 2011). The chicken and insect Vitellogenin receptor, as well as the insect 

Lipophorin receptor (also involved in vitellogenesis) are all orthologous to the vertebrate 

VLDLR (Nimpf and Schneider 1991; Schonbaum et al. 1995; Dantuma et al. 1999). In 

Nematostella, three endocytosis receptors of the LDL family (VldlrA, VldlrB, Lrp1) 

were previously identified in the proteome of mature eggs (Lotan et al. 2014). We found 
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them to be specifically expressed in oocytes and, according to our phylogenetic analysis, 

to be strikingly orthologous to Very Low-Density Lipoprotein Receptors (VLDLR) 

conserved in bilaterian Vitellogenin transport. Their expression in the Nematostella 

oocytes also matches the numerous endocytic pits found on the oolemma in a previous 

ultrastructural study (Eckelbarger et al. 2008). Altogether, this strongly suggest that all 

three VLDL receptor orthologs found in the oocytes in Nematostella contribute to the 

accumulation of yolk during vitellogenesis and may be Vitellogenin receptors in this 

species.This finding suggests that a ligand-receptor pair, consisting of Vitellogenin and 

VLDL receptors, is conserved between cnidarians and bilaterians. Further experiments 

are needed to validate this hypothesis and the molecular modalities of vitellogenesis in 

Nematostella, including for example the knock-down of putative Vitellogenin receptors 

genes in growing oocytes.  

Proteins of the LLTP family, including Vitellogenin, form a hydrophilic shell around a 

lipid-rich core. This allows the transport of lipids through the extracellular environment 

such as the blood stream (Voet et al. 2016). Since Vitellogenin has been shown to 

contain a large proportion of fatty acids (Silversand and Haux 1995; Li and Zhang 2017), 

it remains to be tested if the fatty acid tracer used in our lipid uptake experiments and 

ultimately transported into the maturing oocytes in Nematostella is incorporated into 

Vitellogenin lipoproteins. In that case, our assay would effectively allow us to observe 

the vitellogenic process from the ingestion of dietary lipids to their incorporation in a 

yolk precursor, and ultimate transfer into the oocytes. To investigate this hypothesis, 

future work will focus on establishing a Vitellogenin protein fusion reporter line. 

2.2.2 A role for ApoB in spermatogenesis? 

A second LLTP identified in Nematostella was previously annotated as a putative 

Vitellogenin despite a phylogenetic analysis identifying it as an Apolipoprotein 

(Hayward et al. 2010). Although the two proteins share identical domain structures, 

which prompted this classification, our phylogenetic analysis confirmed it as a clear 

ortholog to the vertebrate ApoB and insect Apolipophorin proteins (Hayward et al. 

2010). Both ApoB and apolipophorins play a major role in systemic lipid transport, 
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distributing lipid throughout the body via the circulatory system (Palm et al. 2012; Voet 

et al. 2016). Apolipophorins are additionally involved in lipid transport during insect 

vitellogenesis (Kawooya and Law 1988; Raikhel and Dhadialla 1992). The 

Vitellogenin-like domain structure and expression of the Nematostella apoB ortholog in 

the gonad epithelium suggested that it might be involved in vitellogenesis in this species. 

In order to test this hypothesis, we generated a fluorescent fusion protein reporter line, 

which to our surprise showed no apparent protein levels in the growing oocytes. ApoB 

was however detected in the proteome of mature eggs, although at much lower levels 

than Vitellogenin (2000-fold lower concentration) (Lotan et al. 2014). This indicates 

that it may play a minor role during vitellogenesis and that its concentration lies below 

the detection limit of immunofluorescence.  

Strikingly, however, the ApoB fusion protein appeared to be prominently present in the 

male gonad where it was detected in vesicles associated with individual maturing sperm 

cells. The signal was particularly strong in the regions of the spermaries containing 

newly differentiated cells, suggesting that ApoB might be involved in spermatogenesis 

from early stages of maturation in Nematostella. Two hypotheses could explain the 

presence of ApoB in the spermaries. First, ApoB could play a role in the maturation of 

sperm cells in Nematostella by providing the building blocks of new cellular 

membranes. ApoB in mammals plays an important role in the systemic transport of 

cholesterol, which greatly influences the maturation of sperm cells in this group 

(reviewed in Whitfield et al. 2015). Notably, male ApoB knockout mice present a 

reduced fertility coupled with decreased cholesterol plasma levels (Huang et al. 1996). 

Research investigating the precise role of ApoB in male gametogenesis is however 

lacking, and the prevalence and role of cholesterol in Nematostella is mostly unknown. 

A second hypothesis is that ApoB is responsible for the accumulation of lipids in sperm 

cells as energy storage, not unlike vitellogenesis. Endogenous energy storage in sperm 

cells appears to be a frequent strategy in animals spawning in open waters, where 

spermatozoa might travel over longer distances and need to persist for longer periods of 

time (Bishop 1962). This has been shown for example in sea urchins where the midpiece 

of spermatozoa in Arbacia lixula and Paracentrotus lividus contains lipid droplets that 

are believed to provide the energy necessary for swimming (Mita et al. 1994; Mita and 
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Nakamura 1998). Considering the stronger ApoB signal observed in early developing 

spermatozoa compared to mature cells, a role in membrane formation appears more 

likely than in the storage of lipids. These functions are however not mutually exclusive, 

and more work is needed to validate our hypotheses.  

2.2.3 Could systemic lipid transport via the extra-cellular matrix occur in a 

cnidarian? 

In general, systemic lipid transport in bilaterians is mediated by lipoproteins, LLTP-

lipid complexes that travel in the circulatory system and are taken up by target cells 

through LDL receptor-mediated endocytosis (Babin et al. 1999; Dieckmann et al. 2010; 

Voet et al. 2016). So far in this work, we have discussed the presence of conserved LLTP 

lipoprotein-LDL receptors in a cnidarian model in the context of gametogenesis. The 

molecular pathways underlying vitellogenesis are very conserved in animals and very 

similar to those underlying systemic lipid transport, independently of the localization of 

yolk production (i.e. ovarian or extra-ovarian) and of the presence of a developed 

circulatory system (Wourms 1987; Raikhel and Dhadialla 1992; Babin et al. 1999; 

Smolenaars et al. 2007). It is therefore all the more fascinating that we identified in 

Nematostella specific orthologs of ApoB and Apolipophorin proteins, which are major 

systemic lipid transporters in vertebrates and insects, respectively. This raises a question 

that may have important implications for the evolution of physiological systems in 

animals: could systemic lipid transport occur in cnidarians, which appear to lack an 

extracellular matrix-based or endothelial circulatory system? 

In Nematostella, the trophic tract is a very interesting structure to look at in this context: 

it expresses apoB, shows high levels of ApoB-PSmOrange fusion protein, and is one of 

the major tissues taking up fatty acids in our uptake assays. In addition, it was shown to 

be a major lipid storage tissue both in juvenile polyps (Steinmetz et al. 2017) and in 

adults (Paper 2). To the best of our knowledge, this region of the mesentery displays no 

functions other than endocytosis and nutrient storage. The trophic tract is in addition 

located rather remotely from the gonad and head structures, making it plausible that 

nutrients taken up and stored there could be transported towards other regions of the 
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body, especially when nutritional resources are scarce. Strikingly, supporting this 

hypothesis, our fatty acid uptake experiments revealed the presence of lipid-containing 

droplets located within the mesoglea of the trophic tract after a one-week chase.  

It is unfortunately still unclear whether the fatty acid-containing particles detected in the 

mesoglea were contained inside cells, or were freely moving in the mesoglea, like 

lipoproteins in the bilaterian circulatory system. Most cnidarians (with the exception of 

hydrozoans) possess amoebocytes, a motile phagocytic cell type located in the 

extracellular matrix involved in immunity (Fautin and Mariscal 1991; Mydlarz et al. 

2016). In sea anemones, amoebocytes have also been shown to take up radiolabeled 

amino acids and to contain lipid droplets, suggesting that they may indeed be involved 

in nutrient transport (Young 1974; Van-Praët 1978, 1980; Larkman 1984). Such 

transport of nutrients throughout the body by cells moving within the extracellular 

matrix would be reminiscent of the sponge archeocytes, which participate in the 

distribution of food taken up by choanocytes (Brusca et al. 2016). I believe, however, 

that the presence of fatty acid tracer in the extracellular matrix could also be explained 

by a vesicular lipid transport in the mesoglea. The transport of vesicles (e.g. exosomes) 

in the extracellular matrix, enhanced by extracellular fluids permeating collagen fibers, 

has previously been described in mammals (Huleihel et al. 2016; Lenzini et al. 2020). 

Overall, our results support the possibility of systemic lipid transport events occurring 

in the mesoglea in Nematostella, but further work is needed to corroborate this 

assumption. We have generated a transgenic line by crossing the ApoB-PSmOrange line 

with an Ef1a-membraneGFP line, which allows us to visualize the localization of ApoB 

in animals where all cell membranes are labeled with GFP. Future experiments will 

include testing the co-localization of ApoB with fatty acid tracer molecules in this new 

transgenic line, which will elucidate the precise localization of fatty acids and, 

potentially, of ApoB in the mesoglea. More generally, functional gene analysis will be 

necessary to address the role of bilaterian lipid transporter orthologs in cnidarians. 

3. Conclusions  

In the present study, we were able to trace the path of dietary nutrients from their 
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digestion by cells of the mesenteries to their incorporation in vitellogenic oocytes in the 

sea anemone Nematostella vectensis. This represents the first extensive study of 

intracellular digestion and lipid transport on the physiological and molecular levels in a 

non-bilaterian animal, and sheds light on the evolution of these processes in animals. 

Our research revealed the striking regionalization of the apparently simple gastric cavity 

of a cnidarian, reflected by a large number of cell types involved in digestion and 

reproduction in the mesenteries. We characterized the endocytic cell types in 

Nematostella, which take up food particles using a conserved physiological and 

molecular machinery that they share with phagocytic cells of the bilaterian innate 

immune system. After the food has been processed, we observed that dietary lipids are 

transported into the maturing oocytes via a conserved lipoprotein-lipoprotein receptor 

pair. Finally, we investigated the potential role of a bilaterian systemic lipid transporter 

ortholog in Nematostella, providing preliminary support for nutrient transport through 

the extracellular matrix in this species.  

Our findings in Nematostella provide valuable insights to infer the ancestral modalities 

of food uptake, nutrient transport and vitellogenesis in the last common ancestor to 

bilaterians and cnidarians, yet many questions remain open. These include the 

evolutionary relationship between endocytic cell types fulfilling very different roles in 

nutrition and immunity in animals. Addressing this question will require a thorough 

molecular characterization of trophic endocytes in additional bilaterian and non-

bilaterian species. Our observations challenge the notion that there is no systemic 

nutrient transport apart from gastric movements in cnidarians, and a potential role for 

the mesoglea are a rudimentary lipid transport route remains to be investigated.  

Finally, we propose Nematostella as an ideal model to study the signaling and endocrine 

pathways underlying the regulation of food uptake, storage and energy expenditure (e.g. 

during gametogenesis). These fascinating aspects of energy homeostasis have seldom 

been studied in non-bilaterians and are key to understanding the evolution of this process 

in animals.   

  



69 
 

Chapter 4: References 
 
Acevedo N, Ding J, Smith GD (2007) Insulin signaling in mouse oocytes. Biol Reprod 77:872–879. 

https://doi.org/10.1095/biolreprod.107.060152 

Adiyodi KG, Adiyodi RG (Eds) (1983) Reproductive Biology of Invertebrates, Volume I, Oogenesis, 

Oviposition, and Oosorption. John Wiley & Sons, Ltd 

Alexandrova O, Schade M, Böttger A, David CN (2005) Oogenesis in Hydra: Nurse cells transfer 

cytoplasm directly to the growing oocyte. Dev Biol 281:91–101. 

https://doi.org/10.1016/j.ydbio.2005.02.015 

Alqurashi S, English S, Wall R (2020) Nutritional requirements for reproduction and survival in the 

blowfly Lucilia sericata. Med Vet Entomol 34:207–214. https://doi.org/10.1111/mve.12425 

Amiel A, Chang P, Momose T, Houliston E (2010) Clytia hemisphaerica: A Cnidarian Model for 

Studying Oogenesis. Oogenes Univers Process 81–101. 

https://doi.org/10.1002/9780470687970.ch3 

Amin NM, Shi H, Liu J (2010) The FoxF/FoxC factor LET-381 directly regulates both cell fate 

specification and cell differentiation in C. elegans mesoderm development. Development 

137:1451–1460. https://doi.org/10.1242/dev.048496 

Anderson E (1974) Comparative aspects of the ultrastructure of the female gamete. In: Leon K (ed) 

Aspects of Nuclear Structure and Function. Academic Press, pp 1–70 

Anton M (2007) Composition and Structure of Hen Egg Yolk. In: Bioactive Egg Compounds. 

Springer Berlin Heidelberg, Berlin, Heidelberg, pp 1–6 

Arai MN (1996) A Functional Biology of Scyphozoa. Springer Netherlands, Dordrecht 

Arendt D, Nübler-Jung K (1997) Dorsal or ventral: Similarities in fate maps and gastrulation patterns 

in annelids, arthropods and chrodates. Mech Dev 61:7–21. https://doi.org/10.1016/S0925-

4773(96)00620-X 

Avian M, Micali F, Sciancalepore M (1987) Vitellogenesi in Pelagia noctiluca: primi risultati di 

tecniche autoradiografiche. Atti Dell’Accademia delle Sci Dell’Instituo di Bol 3:139–146 

Azeez OI, Meintjes R, Chamunorwa JP (2014) Fat body, fat pad and adipose tissues in invertebrates 

and vertebrates: the nexus. Lipids Health Dis 13:71. https://doi.org/10.1186/1476-511X-13-71 

Azpiazu N, Frasch M (1993) tinman and bagpipe: two homeo box genes that determine cell fates in 

the dorsal mesoderm of Drosophila. Genes Dev 7:1325–1340. 

https://doi.org/10.1101/gad.7.7b.1325 

Babin PJ, Bogerd J, Kooiman FP, et al (1999) Apolipophorin II/I, Apolipoprotein B, Vitellogenin, and 

Microsomal Triglyceride Transfer Protein Genes Are Derived from a Common Ancestor. J Mol 

Evol 49:150–160. https://doi.org/10.1007/PL00006528 

Babonis LS, Ryan JF, Enjolras C, Martindale MQ (2019) Genomic analysis of the tryptome reveals 



70 
 

molecular mechanisms of gland cell evolution. Evodevo 10:23. https://doi.org/10.1186/s13227-

019-0138-1 

Baron OL, Deleury E, Reichhart JM, Coustau C (2016) The LBP/BPI multigenic family in 

invertebrates: Evolutionary history and evidences of specialization in mollusks. Dev Comp 

Immunol 57:20–30. https://doi.org/10.1016/j.dci.2015.11.006 

Bauer E, Jakob S, Mosenthin R (2005) Principles of Physiology of Lipid Digestion. Asian-

Australasian J Anim Sci 18:282–295. https://doi.org/10.5713/ajas.2005.282 

Beljan S, Bosnar MH, Ćetković H (2020) Rho Family of Ras-Like GTPases in Early-Branching 

Animals. 1–26 

Bentlage B, Lewis C (2012) An illustrated key and synopsis of the families and genera of carybdeid 

box jellyfishes (Cnidaria: Cubozoa: Carybdeida), with emphasis on the “Irukandji family” 

(Carukiidae). J Nat Hist 46:2595–2620. https://doi.org/10.1080/00222933.2012.717645 

Bernard C (1878) Leçon sur les phénomènes de la vie communs aux animaux et aux végétaux. 

Librairie J.-B. Baillière et Fils, Paris 

Birsoy K, Festuccia WT, Laplante M (2013) A comparative perspective on lipid storage in animals. J. 

Cell Sci. 126:1541–1552 

Bishop DW (1962) Sperm Motility. Physiol Rev 42:1–59. https://doi.org/10.1152/physrev.1962.42.1.1 

Bouillon J, Gravili C, Pagès F, et al (2006) An introduction to Hydrozoa. Publications Scientifiaues du 

Museum, Paris 

Brennan MD, Weiner AJ, Goralski TJ, Mahowald AP (1982) The follicle cells are a major site of 

vitellogenin synthesis in Drosophila melanogaster. Dev Biol 89:225–236. 

https://doi.org/10.1016/0012-1606(82)90309-8 

Broderick NA (2015) A common origin for immunity and digestion. Front Immunol 6:. 

https://doi.org/10.3389/fimmu.2015.00072 

Brown MS, Goldstein JL (1979) Receptor-mediated endocytosis: insights from the lipoprotein 

receptor system. Proc Natl Acad Sci 76:3330–3337. https://doi.org/10.1073/pnas.76.7.3330 

Brückner A, Parker J (2020) Molecular evolution of gland cell types and chemical interactions in 

animals. J Exp Biol 223:. https://doi.org/10.1242/jeb.211938 

Brunet T, King N (2017) The Origin of Animal Multicellularity and Cell Differentiation. Dev. Cell 

43:124–140 

Brusca RC, Moore W, Shuster SM (2016) Invertebrates. Third Edition ., Third. Sinauer Associates 

Inc. 

Bumann D (1995) Localization of Digestion Activities in the Sea Anemone Haliplanella luciae. Biol 

Bull 236–238 

Cannon WB (1929) Organization for physiological homeostasis. Physiol Rev IX:399–431 

Chapman DM (1978) Microanatomy of the cubopolyp,Tripedalia cystophora (Class Cubozoa). 

Helgoländer Wissenschaftliche Meeresuntersuchungen 31:128–168. 



71 
 

https://doi.org/10.1007/BF02296994 

Chari T, Weissbourd B, Gehring J, et al (2021) Whole animal Multiplexed Single-Cell RNA-Seq 

reveals plasticity of Clytia medusa cell types. 14–18 

Chia F-S, Koss R (1991) Asteroidea. In: Harrison FW, Chia F-S (eds) Microscopic Anatomy of 

Invertebrates, Volume 14: Echinodermata. Wiley-Liss, New York, pp 169–246 

Christoforidis S, McBride HM, Burgoyne RD, Zerial M (1999) The Rab5 effector EEA1 is a core 

component of endosome docking. Nature 397:621–625. https://doi.org/10.1038/17618 

Chung E, Choi K, Jun J, et al (2009) Ultrastructural studies on oocyte development and vitellogenesis 

during oogenesis in female boleophthalmus pectinirostris. Animal Cells Syst (Seoul) 13:49–57. 

https://doi.org/10.1080/19768354.2009.9647193 

Clark IBN, Boyd J, Hamilton G, et al (2006) D-six4 plays a key role in patterning cell identities 

deriving from the Drosophila mesoderm. Dev Biol 294:220–231. 

https://doi.org/10.1016/j.ydbio.2006.02.044 

Collins AG (2002) Phylogeny of Medusozoa and the evolution of cnidarian life cycles. J Evol Biol 

15:418–432. https://doi.org/10.1046/j.1420-9101.2002.00403.x 

Dantuma NP, Potters M, De Winther MPJ, et al (1999) An insect homolog of the vertebrate very low 

density lipoprotein receptor mediates endocytosis of lipophorins. J Lipid Res 40:973–978. 

https://doi.org/10.1016/s0022-2275(20)32134-9 

Dayel MJ, King N (2014) Prey Capture and Phagocytosis in the Choanoflagellate Salpingoeca rosetta. 

PLoS One 9:e95577. https://doi.org/10.1371/journal.pone.0095577 

de Duve C, Wattiaux R (1966) Functions of Lysosomes. Annu Rev Physiol 28:435–492. 

https://doi.org/10.1146/annurev.ph.28.030166.002251 

De Meyts P (2004) Insulin and its receptor: Structure, function and evolution. BioEssays 26:1351–

1362. https://doi.org/10.1002/bies.20151 

Degnan BM, Adamska M, Richards GS, et al (2015) Porifera. In: Wanninger A (ed) Evolutionary 

Developmental Biology of Invertebrates. Springer Vienna, Vienna, pp 65–106 

Desjardins M, Houde M, Gagnon E (2005) Phagocytosis: The convoluted way from nutrition to 

adaptive immunity. Immunol. Rev. 207:158–165 

Di Camillo C, Bo M, Puce S, et al (2006) The cnidome of Carybdea marsupialis (Cnidaria: 

Cubomedusae) from the Adriatic Sea. J Mar Biol Assoc United Kingdom 86:705–709. 

https://doi.org/10.1017/S0025315406013609 

Dieckmann M, Dietrich MF, Herz J (2010) Lipoprotein receptors-an evolutionarily ancient 

multifunctional receptor family. Biol Chem 391:1341–1363. 

https://doi.org/10.1515/BC.2010.129 

Drummond-Barbosa D, Spradling AC (2001) Stem Cells and Their Progeny Respond to Nutritional 

Changes during Drosophila Oogenesis. Dev Biol 231:265–278. 

https://doi.org/10.1006/dbio.2000.0135 



72 
 

Dumont JN (1978) Oogenesis inXenopus laevis (Daudin) VI. The route of injected tracer transport in 

the follicle and developing oocyte,. J Exp Zool 204:193–217. 

https://doi.org/10.1002/jez.1402040208 

Duruz J, Kaltenrieder C, Ladurner P, et al (2021) Acoel Single-Cell Transcriptomics: Cell Type 

Analysis of a Deep Branching Bilaterian. Mol Biol Evol 38:1888–1904. 

https://doi.org/10.1093/molbev/msaa333 

Dutartre H, Davoust J, Gorvel JP, Chavrier P (1996) Cytokinesis arrest and redistribution of actin-

cytoskeleton regulatory components in cells expressing the Rho GTPase CDC42Hs. J Cell Sci 

109:367–377 

Dutta D, Dobson AJ, Houtz PL, et al (2015) Regional Cell-Specific Transcriptome Mapping Reveals 

Regulatory Complexity in the Adult Drosophila Midgut. Cell Rep 12:346–358. 

https://doi.org/10.1016/j.celrep.2015.06.009 

Eckelbarger KJ (1994) Diversity of metazoan ovaries and vitellogenic mechanisms: implications for 

life history theory. Proc Biol Soc Washingt 107:193–218 

Eckelbarger KJ (1980) An ultrastructural study of oogenesis in Streblospio benedicti (spionidae), with 

remarks on diversity of vitellogenic mechanisms in polychaeta. Zoomorphologie 94:241–263. 

https://doi.org/10.1007/BF00998204 

Eckelbarger KJ (1979) Ultrastructural evidence for both autosynthetic and heterosynthetic yolk 

formation in the oocytes of an annelid (Phragmatopoma lapidosa: polychaeta). Tissue Cell 

11:425–443. https://doi.org/10.1016/0040-8166(79)90054-5 

Eckelbarger KJ, Hand C, Uhlinger KR (2008) Ultrastructural features of the trophonema and 

oogenesis in the starlet sea anemone, Nematostella vectensis (Edwardsiidae). Invertebr Biol 

127:381–395. https://doi.org/10.1111/j.1744-7410.2008.00146.x 

Eckelbarger KJ, Larson RJ (1993) Ultrastructural study of the ovary of the sessile 

scyphozoan,Haliclystus octoradiatus (Cnidaria: Stauromedusae). J Morphol 218:225–236. 

https://doi.org/10.1002/jmor.1052180210 

Eckelbarger KJ, Larson RL (1988) Ovarian morphology and oogenesis in Aurelia aurita (Scyphozoa: 

Semaeostomae): ultrastructural evidence of heterosynthetic yolk formation in a primitive 

metazoan. Mar Biol 100:103–115 

Eckelbarger KJ, Larson RL (1992) Ultrastructure of the ovary and oogenesis in the jellyfish Linuche 

unguiculata and Stomopholus meleagris, with a review of ovarian structure in the Scyphozoa. 

Mar Biol 114:633–643 

Eckelbarger KJ, Tyler P a., Langton RW (1998) Gonadal morphology and gametogenesis in the sea 

pen Pennatula aculeata (Anthozoa: Pennatulacea) from the Gulf of Maine. Mar Biol 132:677–

690. https://doi.org/10.1007/s002270050432 

Eckelbarger KJ, Young CM (1997) Ultrastructure of the Ovary and Oogenesis in the Methane-Seep 

Mollusc Bathynerita naticoidea (Gastropoda: Neritidae) from the Louisiana Slope. Invertebr Biol 



73 
 

116:299. https://doi.org/10.2307/3226862 

Elbarhoumi M, Scaps P, Zghal F (2014) Ultrastructural study of spermatogenesis in Marphysa 

sanguinea (Montagu, 1815) (Annelida, Polychaeta, Eunicida) from the Lagoon of Tunis. Cah 

Biol Mar 55:217–227 

Engelmann P, Bodó K, Najbauer J, Németh P (2018) Annelida: Oligochaetes (Segmented Worms): 

Earthworm Immunity, Quo Vadis? Advances and New Paradigms in the Omics Era. In: 

Advances in Comparative Immunology. Springer International Publishing, Cham, pp 135–159 

Engelmann P, Hayashi Y, Bodó K, et al (2016) Phenotypic and functional characterization of 

earthworm coelomocyte subsets: Linking light scatter-based cell typing and imaging of the sorted 

populations. Dev Comp Immunol 65:41–52. https://doi.org/10.1016/j.dci.2016.06.017 

Evans CJ, Hartenstein V, Banerjee U (2003) Thicker Than Blood. Dev Cell 5:673–690. 

https://doi.org/10.1016/S1534-5807(03)00335-6 

Evans SM, Yan W, Murillo MP, et al (1995) tinman, a Drosophila homeobox gene required for heart 

and visceral mesoderm specification, may be represented by a family of genes in vertebrates: 

XNkx-2.3, a second vertebrate homologue of tinman. Development 121:3889–3899. 

https://doi.org/10.1242/dev.121.11.3889 

Fankboner P V (2003) Digestive System of Invertebrates. In: Encyclopedia of Life Sciences. John 

Wiley & Sons, Ltd, Chichester, pp 1–6 

Fautin DG, Mariscal RM (1991) Cnidaria: Anthozoa. In: Harrison F, Westfall J (eds) Microscopic 

Anatomy of Invertebrates, Volume 2: Placozoa, Porifera, Cnidaria and Ctenophora. Wiley-Liss 

New York, New York, pp 267–358 

Fehling HJ, Lacaud G, Kubo A, et al (2003) Tracking mesoderm induction and its specification to the 

hemangioblast during embryonic stem cell differentiation. Development 130:4217–4227. 

https://doi.org/10.1242/dev.00589 

Felix DA, Gutiérrez-Gutiérrez Ó, Espada L, et al (2019) It is not all about regeneration: Planarians 

striking power to stand starvation. Semin Cell Dev Biol 87:169–181. 

https://doi.org/10.1016/j.semcdb.2018.04.010 

Fell PE (1969) The involvement of nurse cells in oogenesis and embryonic development in the marine 

sponge,Haliclona ecbasis. J Morphol 127:133–149. https://doi.org/10.1002/jmor.1051270202 

Forsthoefel DJ, James NP, Escobar DJ, et al (2012) An RNAi Screen Reveals Intestinal Regulators of 

Branching Morphogenesis, Differentiation, and Stem Cell Proliferation in Planarians. Dev Cell 

23:691–704. https://doi.org/10.1016/j.devcel.2012.09.008 

Frank P, Bleakney JS (1976) Histology and sexual reproduction of the anemone Nematostella 

vectensis Stephenson 1935. J Nat Hist 10:441–449. https://doi.org/10.1080/00222937600770331 

Freeman SA, Grinstein S (2014) Phagocytosis: Receptors, signal integration, and the cytoskeleton. 

Immunol Rev 262:193–215. https://doi.org/10.1111/imr.12212 

Fruttero LL, Leyria J, Canavoso LE (2017) Lipids in Insect Oocytes: From the Storage Pathways to 



74 
 

Their Multiple Functions. In: Results and Problems in Cell Differentiation. Springer Verlag, pp 

403–434 

Fujita S, Kuranaga E, Nakajima Y (2019) Cell proliferation controls body size growth, tentacle 

morphogenesis, and regeneration in hydrozoan jellyfish Cladonema pacificum. PeerJ 7:e7579. 

https://doi.org/10.7717/peerj.7579 

Funayama N, Nakatsukasa M, Kuraku S, et al (2005) Isolation of Ef silicatein and Ef lectin as 

Molecular Markers Sclerocytes and Cells Involved in Innate Immunity in the Freshwater Sponge 

Ephydatia fluviatilis. Zoolog Sci 22:1113–1122. https://doi.org/10.2108/zsj.22.1113 

Ganot P, Tambutté E, Caminiti-Segonds N, et al (2020) Ubiquitous macropinocytosis in anthozoans. 

Elife 9:. https://doi.org/10.7554/elife.50022 

Garm A, Lebouvier M, Tolunay D (2015) Mating in the box jellyfish Copula sivickisi-Novel function 

of cnidocytes. J Morphol 276:1055–1064. https://doi.org/10.1002/jmor.20395 

Garofalo RS (2002) Genetic analysis of insulin signaling in Drosophila. Trends Endocrinol Metab 

13:156–162. https://doi.org/10.1016/S1043-2760(01)00548-3 

Gavilán B, Sprecher SG, Hartenstein V, Martinez P (2019) The digestive system of xenacoelomorphs. 

Cell Tissue Res 377:369–382. https://doi.org/10.1007/s00441-019-03038-2 

Gazi U, Martinez-Pomares L (2009) Influence of the mannose receptor in host immune responses. 

Immunobiology 214:554–561. https://doi.org/10.1016/j.imbio.2008.11.004 

Genikhovich G, Technau U (2009) In situ hybridization of starlet sea anemone (Nematostella 

vectensis) embryos, larvae, and polyps. Cold Spring Harb Protoc 4:pdb.prot5282-pdb.prot5282. 

https://doi.org/10.1101/pdb.prot5282 

German DP, Nagle BC, Villeda JM, et al (2010) Evolution of Herbivory in a Carnivorous Clade of 

Minnows (Teleostei: Cyprinidae): Effects on Gut Size and Digestive Physiology. Physiol 

Biochem Zool 83:1–18. https://doi.org/10.1086/648510 

Gershwin L-A (2016) Jellyfish, a natural history. Ivy Press, London 

Gilbert SF (2010) Developmental Biology, 9th edn. Andrew D. Sinauer, Sunderland 

Gilbert SF, Barresi MJF (2017) Developmental Biology, 11Th Edition 2016. Am J Med Genet Part A 

173:1430–1430. https://doi.org/10.1002/ajmg.a.38166 

Gonobobleva E, Maldonado M (2009) Choanocyte ultrastructure in halisarca dujardini 

(Demospongiae, Halisarcida). J Morphol 270:615–627. https://doi.org/10.1002/jmor.10709 

Gordon S (2016) Phagocytosis: An Immunobiologic Process. Immunity 44:463–475 

Grant B, Hirsh D (1999) Receptor-mediated Endocytosis in the Caenorhabditis elegans Oocyte. Mol 

Biol Cell 10:4311–4326. https://doi.org/10.1091/mbc.10.12.4311 

Gray M, Botelho RJ (2017) Phagocytosis: Hungry, Hungry Cells. In: Botelho RJ (ed) Methods in 

Molecular Biology. Springer Science+Business Media, New York, pp 1–16 

Gross PS, Al-Sharif WZ, Clow LA, Smith LC (1999) Echinoderm immunity and the evolution of the 

complement system. Dev Comp Immunol 23:429–442. https://doi.org/10.1016/S0145-



75 
 

305X(99)00022-1 

Gross S, Balderes D, Liu J, et al (2015) Nkx2.2 is expressed in a subset of enteroendocrine cells with 

expanded lineage potential. Am J Physiol - Gastrointest Liver Physiol 309:G975–G987. 

https://doi.org/10.1152/ajpgi.00244.2015 

Grunwald U, Fan X, Jack RS, et al (1996) Monocytes can phagocytose Gram-negative bacteria by a 

CD14-dependent mechanism. J Immunol 157:4119–25 

Gumienny TL, Brugnera E, Tosello-Trampont AC, et al (2001) CED-12/ELMO, a novel member of 

the CrkII/Dock180/Rac pathway, is required for phagocytosis and cell migration. Cell 107:27–

41. https://doi.org/10.1016/S0092-8674(01)00520-7 

Hahn TP, Pereyra ME, Katti M, et al (2005) Effects of food availability on the reproductive system. 

Funct avian Endocrinol 167–180 

Hand C, Uhlinger KR (1994) The Unique, Widely Distributed, Estuarine Sea Anemone, Nematostella 

vectensis Stephenson: A Review, New Facts, and Questions. Estuaries 17:501. 

https://doi.org/10.2307/1352679 

Hand C, Uhlinger KR (1995) Asexual Reproduction by Transverse Fission and Some Anomalies in 

the Sea Anemone Nematostella vectensis Author ( s ): Cadet Hand and Kevin R . Uhlinger 

Reviewed work ( s ): Published by : Wiley-Blackwell on behalf of American Microscopical 

Society Stable. Invertebr Biol 114:9–18 

Hand C, Uhlinger KR (1992) The Culture, Sexual and Asexual Reproduction, and Growth of the Sea 

Anemone Nematostella vectensis. Ref Biol Bull 182:169–176 

Hartenstein V (2006) Blood cells and blood cell development in the animal kingdom. Annu Rev Cell 

Dev Biol 22:677–712. https://doi.org/10.1146/annurev.cellbio.22.010605.093317 

Hartenstein V, Martinez P (2019) Phagocytosis in cellular defense and nutrition: a food-centered 

approach to the evolution of macrophages. Cell Tissue Res 377:527–547. 

https://doi.org/10.1007/s00441-019-03096-6 

Hayakawa H, Andoh T, Watanabe T (2006) Precursor structure of egg proteins in the coral Galaxea 

fascicularis. Biochem Biophys Res Commun 344:173–180. 

https://doi.org/10.1016/j.bbrc.2006.03.116 

Haynes JF, Davis LE (1969) The ultrastructure of the zymogen cells in Hydra viridis. Zeitschrift für 

Zellforsch und Mikroskopische Anat Zellforsch und Mikroskopische Anat 100:316–324. 

https://doi.org/10.1007/BF00343886 

Hayward A, Takahashi T, Bendena WG, et al (2010) Comparative genomic and phylogenetic analysis 

of vitellogenin and other large lipid transfer proteins in metazoans. FEBS Lett 584:1273–1278. 

https://doi.org/10.1016/j.febslet.2010.02.056 

Hejnol A, Martín-Durán JM (2015) Getting to the bottom of anal evolution. Zool. Anz. 256:61–74 

Helmark S, Garm A (2019) Gonadal cnidocytes in the cubozoan Tripedalia cystophora Conant, 1897 

(Cnidaria: Cubozoa). J Morphol 280:1530–1536. https://doi.org/10.1002/jmor.21046 



76 
 

Herbomel P, Thisse B, Thisse C (1999) Ontogeny and behaviour of early macrophages in the zebrafish 

embryo. Development 126:3735–3745. https://doi.org/10.1242/dev.126.17.3735 

Hernandez-Nicaise M-L (1991) Ctenophora. In: Microscopic Anatomy of Invertebrates, Volume 2: 

Placozoa, Porifera, Cnidaria and Ctenophora. Wiley-Liss, pp 359–418 

Herz J, Strickland DK (2001) LRP: a multifunctional scavenger and signaling receptor. J Clin Invest 

108:779–784. https://doi.org/10.1172/JCI200113992 

Hill RW, Wyse GA, Anderson M (2016) Animal Physiology, 4th edn. Sinauer Associates 

Hirsch D, Stahl A, Lodish HF (1998) A family of fatty acid transporters conserved from 

mycobacterium to man. Proc Natl Acad Sci U S A 95:8625–8629. 

https://doi.org/10.1073/pnas.95.15.8625 

Honegger TG, Zürrer D, Tardent P (1989) Oogenesis in Hydra carnea: A new model based on light 

and electron microscopic analyses of oocyte and nurse cell differentiation. Tissue Cell 21:381–

393. https://doi.org/10.1016/0040-8166(89)90052-9 

Hooton D, Lentle R, Monro J, et al (2015) The Secretion and Action of Brush Border Enzymes in the 

Mammalian Small Intestine. In: Journal of Materials Processing Technology. pp 59–118 

Huang LS, Voyiaziakis E, Chen HL, et al (1996) A novel functional role for apolipoprotein B in male 

infertility in heterozygous apolipoprotein B knockout mice. Proc Natl Acad Sci U S A 93:10903–

10907. https://doi.org/10.1073/pnas.93.20.10903 

Huebbe P, Rimbach G (2017) Evolution of human apolipoprotein E (APOE) isoforms: Gene structure, 

protein function and interaction with dietary factors. Ageing Res Rev 37:146–161. 

https://doi.org/10.1016/j.arr.2017.06.002 

Huebner E, Anderson E (1976) Comparative Spiralian Oogenesis—Structural Aspects: An Overview. 

Am Zool 16:315–343. https://doi.org/10.1093/icb/16.3.315 

Huleihel L, Hussey GS, Naranjo JD, et al (2016) Matrix-bound nanovesicles within ECM 

bioscaffolds. Sci Adv 2:e1600502. https://doi.org/10.1126/sciadv.1600502 

Hung R-J, Hu Y, Kirchner R, et al (2020) A cell atlas of the adult Drosophila midgut. Proc Natl Acad 

Sci 117:1514–1523. https://doi.org/10.1073/pnas.1916820117 

Huotari J, Helenius A (2011) Endosome maturation. EMBO J 30:3481–3500. 

https://doi.org/10.1038/emboj.2011.286 

Hussain MM (2014) Intestinal lipid absorption and lipoprotein formation. Curr Opin Lipidol 25:200–

206. https://doi.org/10.1097/MOL.0000000000000084 

Hyttinen JMT, Niittykoski M, Salminen A, Kaarniranta K (2013) Maturation of autophagosomes and 

endosomes: A key role for Rab7. Biochim Biophys Acta - Mol Cell Res 1833:503–510. 

https://doi.org/10.1016/j.bbamcr.2012.11.018 

Ikeda H, Ohtsu K, Uye S-I (2011) Structural changes of gonads during artificially induced 

gametogenesis and spawning in the giant jellyfish Nemopilema nomurai (Scyphozoa: 

Rhizostomeae). J Mar Biol Assoc United Kingdom 91:215–227. 



77 
 

https://doi.org/10.1017/S0025315410001244 

Ikmi A, McKinney SA, Delventhal KM, Gibson MC (2014) TALEN and CRISPR/Cas9-mediated 

genome editing in the early-branching metazoan Nematostella vectensis. Nat Commun 5:5486. 

https://doi.org/10.1038/ncomms6486 

Imsiecke G (1993) Ingestion, digestion, and egestion in Spongilla lacustris (Porifera, Spongillidae) 

after pulse feeding with Chlamydomonas reinhardtii (Volvocales). Zoomorphology 113:233–

244. https://doi.org/10.1007/BF00403314 

Innerarity TL, Mahley RW (1978) Enhanced binding by cultured human fibroblasts of apo-E-

containing lipoproteins as compared with low density lipoproteins. Biochemistry 17:1440–1447. 

https://doi.org/10.1021/bi00601a013 

Iqbal J, Hussain MM (2009) Intestinal lipid absorption. Am J Physiol Metab 296:E1183–E1194. 

https://doi.org/10.1152/ajpendo.90899.2008 

Ishii Y, Maruyama S, Takahashi H, et al (2019) Global Shifts in Gene Expression Profiles 

Accompanied with Environmental Changes in Cnidarian-Dinoflagellate Endosymbiosis. Genes, 

Genomes, Genet 9:2337–2347. https://doi.org/10.1534/g3.118.201012 

Johnson PT (1969) The coelomic elements of sea urchins (Strongylocentrotus) I. The normal 

coelomocytes; Their morphology and dynamics in hanging drops. J Invertebr Pathol 13:25–41. 

https://doi.org/10.1016/0022-2011(69)90236-5 

Kapahi P, Kaeberlein M, Hansen M (2017) Dietary restriction and lifespan: Lessons from invertebrate 

models. Ageing Res Rev 39:3–14. https://doi.org/10.1016/j.arr.2016.12.005 

Karasov WH, Hume ID (2011) Vertebrate Gastrointestinal System. In: Comprehensive Physiology. 

John Wiley & Sons, Inc., Hoboken, NJ, USA, pp 409–480 

Kawooya JK, Law JH (1988) Role of Lipophorin in Lipid Transport to the Insect Egg. J Biol Chem 

263:8748–8753 

Kayal E, Roure B, Philippe H, et al (2013) Cnidarian phylogenetic relationships as revealed by 

mitogenomics. BMC Evol Biol 13:5. https://doi.org/10.1186/1471-2148-13-5 

Keesey RE, Powley TL (2008) Body energy homeostasis. Appetite 51:442–445. 

https://doi.org/10.1016/j.appet.2008.06.009 

Kerr MC, Teasdale RD (2009) Defining macropinocytosis. Traffic 10:364–371 

Kessel RG (1968) Mechanisms of protein yolk synthesis and deposition in crustacean oocytes. 

Zeitschrift für Zellforsch und Mikroskopische Anat 89:17–38. 

https://doi.org/10.1007/BF00332649 

Kessel RG (1966) Electron microscope studies on the origin and maturation of yolk in oocytes of the 

tunicate, Ciona intestinalis. Zeitschrift für Zellforsch und Mikroskopische Anat Zellforsch und 

Mikroskopische Anat 71:525–544. https://doi.org/10.1007/BF00349612 

Kim SH (2016) Ultrastructural Studies on Oocyte Development and Vitellogenesis associated with 

Follicle Cells in Female Scapharca subcrenata (Pelecypoda: Arcidae) in Western Korea. Dev 



78 
 

Reprod 20:227–235. https://doi.org/10.12717/DR.2016.20.3.227 

Kimble J, Sharrock WJ (1983) Tissue-specific synthesis of yolk proteins in Caenorhabditis elegans. 

Dev Biol 96:189–196. https://doi.org/10.1016/0012-1606(83)90322-6 

Kimura KD (1997) daf-2, an Insulin Receptor-Like Gene That Regulates Longevity and Diapause in 

Caenorhabditis elegans. Science (80- ) 277:942–946. 

https://doi.org/10.1126/science.277.5328.942 

Kinchen JM, Ravichandran KS (2008) Phagosome maturation: going through the acid test. Nat Rev 

Mol Cell Biol 9:781–795. https://doi.org/10.1038/nrm2515 

King JS, Kay RR (2019) The origins and evolution of macropinocytosis. Philos. Trans. R. Soc. B Biol. 

Sci. 374 

Kress A (1982) Ultrastructural indications for autosynthetic proteinaceous yolk formation in 

amphibian oocytes. Experientia 38:761–771. https://doi.org/10.1007/BF01972261 

Krijgsman BJ, Talbot FH (1953) Experiments on digestion in sea-anemones. Arch Physiol Biochem 

61:277–291. https://doi.org/10.3109/13813455309144314 

Lancaster CE, Ho CY, Hipolito VEB, et al (2019) Phagocytosis: What’s on the menu? Biochem. Cell 

Biol. 97:21–29 

Larkman AU (1984) The Fine Structure of Granular Amoebocytes from the Gonads of the Sea 

Anemone A ctinia fragacea ( Cnidaria : Anthozoa ). Protoplasma 122:203–221 

Larkman AU (1983) An ultrastructural study of oocyte growth within the endoderm and entry into the 

mesoglea in Actinia fragacea (Cnidaria, anthozoa). J Morphol 178:155–177. 

https://doi.org/10.1002/jmor.1051780207 

Larkman AU, Carter MA (1982) Preliminary ultrastructural and autoradiographic evidence that the 

trophonema of the sea anemone Actinia fragacea has a nutritive function. Int J Invertebr Reprod 

4:375–379. https://doi.org/10.1080/01651269.1982.10553446 

Laska-Mehnert G (1985) Cytologische Veränderungen während der Metamorphose des 

CubopolypenTripedalia cystophora (Cubozoa, Carybdeidae) in die Meduse. Helgoländer 

Meeresuntersuchungen 39:129–164. https://doi.org/10.1007/BF01997447 

Lauretta D, Wagner D, Penchaszadeh PE (2018) First record of a trophonema in black corals 

(Cnidaria: Antipatharia). Coral Reefs 1–4. https://doi.org/10.1007/s00338-018-1682-1 

Layden MJ, Rentzsch F, Röttinger E (2016) The rise of the starlet sea anemone Nematostella vectensis 

as a model system to investigate development and regeneration. Wiley Interdiscip Rev Dev Biol 

5:408–428. https://doi.org/10.1002/wdev.222 

Lemaitre B, Miguel-Aliaga I (2013) The Digestive Tract of Drosophila melanogaster. Annu Rev 

Genet 47:377–404. https://doi.org/10.1146/annurev-genet-111212-133343 

Lenzini S, Bargi R, Chung G, Shin J-W (2020) Matrix mechanics and water permeation regulate 

extracellular vesicle transport. Nat Nanotechnol 15:217–223. https://doi.org/10.1038/s41565-

020-0636-2 



79 
 

Lesh-Laurie GE (1991) Cnidaria: Scyphozoa and Cubozoa. In: Harrison FW, Westfall JA (eds) 

Microscopic Anatomy of Invertebrates, Volume 2: Placozoa, Porifera, Cnidaria and Ctenophora. 

Wiley-Liss 

Levitan S, Sher N, Brekhman V, et al (2015) The making of an embryo in a basal metazoan: 

Proteomic analysis in the sea anemone Nematostella vectensis. Proteomics 15:4096–4104. 

https://doi.org/10.1002/pmic.201500255 

Lewis Ames C, Ryan JF, Bely AE, et al (2016) A new transcriptome and transcriptome profiling of 

adult and larval tissue in the box jellyfish Alatina alata: an emerging model for studying venom, 

vision and sex. BMC Genomics 17:650. https://doi.org/10.1186/s12864-016-2944-3 

Leys SP, Degnan BM (2005) Embryogenesis and metamorphosis in a haplosclerid demosponge: 

gastrulation and transdifferentiation of larval ciliated cells to choanocytes. Invertebr Biol 

121:171–189. https://doi.org/10.1111/j.1744-7410.2002.tb00058.x 

Li H, Zhang S (2017) Functions of Vitellogenins in eggs. In: Kloc M (ed) Oocytes - Maternal 

Information and Functions. Springer International Publishing, pp 389–402 

Lilley MKS, Elineau A, Ferraris M, et al (2014) Individual shrinking to enhance population survival: 

quantifying the reproductive and metabolic expenditures of a starving jellyfish, Pelagia noctiluca. 

J Plankton Res 36:1585–1597. https://doi.org/10.1093/plankt/fbu079 

Lotan T, Chalifa-Caspi V, Ziv T, et al (2014) Evolutionary conservation of the mature oocyte 

proteome. EuPA Open Proteomics 3:27–36. https://doi.org/10.1016/j.euprot.2014.01.003 

Lucas CH, Reed AJ (2009) Gonad morphology and gametogenesis in the deep-sea jellyfish Atolla 

wyvillei and Periphylla periphylla (Scyphozoa: Coronatae) collected from Cape Hatteras and the 

Gulf of Mexico. J Mar Biol Assoc United Kingdom 90:1095–1104. 

https://doi.org/10.1017/S0025315409000824 

Magie CR, Daly M, Martindale MQ (2007) Gastrulation in the cnidarian Nematostella vectensis 

occurs via invagination not ingression. Dev Biol 305:483–497. 

https://doi.org/10.1016/j.ydbio.2007.02.044 

Manni L, Zaniolo G, Burighel P (1994) Ultrastructural Study of Oogenesis in the Compound Ascidian 

Botryllus schlosseri (Tunicata). Acta Zool 75:101–112. https://doi.org/10.1111/j.1463-

6395.1994.tb01115.x 

Marina P, Salvatore V, Maurizio R, et al (2004) Ovarian follicle cells in torpedo marmorata synthesize 

vitellogenin. Mol Reprod Dev 67:424–429. https://doi.org/10.1002/mrd.20036 

Marques AC, Collins AG (2005) Cladistic analysis of Medusozoa and cnidarian evolution. Invertebr 

Biol 123:23–42. https://doi.org/10.1111/j.1744-7410.2004.tb00139.x 

Martin S, Parton RG (2006) Lipid droplets: a unified view of a dynamic organelle. Nat Rev Mol Cell 

Biol 7:373–378. https://doi.org/10.1038/nrm1912 

Martindale MQ, Hejnol A (2009) A Developmental Perspective: Changes in the Position of the 

Blastopore during Bilaterian Evolution. Dev Cell 17:162–174. 



80 
 

https://doi.org/10.1016/j.devcel.2009.07.024 

Martindale MQ, Pang K, Finnerty JR (2004) Investigating the origins of triploblasty: “mesodermal” 

gene expression in a diploblastic animal, the sea anemone Nematostella vectensis (phylum, 

Cnidaria; class, Anthozoa). Development 131:2463–74. https://doi.org/10.1242/dev.01119 

Masoro EJ (2009) Caloric restriction-induced life extension of rats and mice: A critique of proposed 

mechanisms. Biochim Biophys Acta - Gen Subj 1790:1040–1048. 

https://doi.org/10.1016/j.bbagen.2009.02.011 

Mayor S, Pagano RE (2007) Pathways of clathrin-independent endocytosis. Nat. Rev. Mol. Cell Biol. 

8:603–612 

McMahon HT, Boucrot E (2011) Molecular mechanism and physiological functions of clathrin-

mediated endocytosis. Nat Rev Mol Cell Biol 12:517–533. https://doi.org/10.1038/nrm3151 

Meinhardt H (2004) Different strategies for midline formation in bilaterians. Nat Rev Neurosci 5:502–

510. https://doi.org/10.1038/nrn1410 

Miguel-Aliaga I, Jasper H, Lemaitre B (2018) Anatomy and physiology of the digestive tract of 

drosophila melanogaster. Genetics 210:357–396. https://doi.org/10.1534/genetics.118.300224 

Miller MA, Technau U, Smith KM, Steele RE (2000) Oocyte Development in Hydra Involves 

Selection from Competent Precursor Cells. Dev Biol 224:326–338. 

https://doi.org/10.1006/dbio.2000.9790 

Mita M, Nakamura M (1998) Energy metabolism of sea urchin spermatozoa: An approach based on 

echinoid phytogeny. Zoolog Sci 15:1–10. https://doi.org/10.2108/zsj.15.1 

Mita M, Oguchi A, Kikuyama S, et al (1994) Endogenous Substrates for Energy Metabolism in 

Spermatozoa of the Sea Urchins Arbacia lixula and Paracentrotus lividus. Biol Bull 186:285–

290. https://doi.org/10.2307/1542274 

Mohamed R, Skrypzeck H, Gibbons MJ (2019) Describing gonad development and gametogenesis in 

southern Africa’s endemic box jellyfish Carybdea branchi (Cubozoa, Carybdeidae). African J 

Mar Sci 41:83–91. https://doi.org/10.2989/1814232X.2019.1575282 

Morandini AC, Silveira FLDA (2001) Sexual reproduction of Nausithoe aurea (Scyphozoa , 

Coronatae). Gametogenesis , egg release , embryonic development , and gastrulation. Sci Mar 

65:139–149 

Musser JM, Schippers KJ, Nickel M, et al (2019) Profiling cellular diversity in sponges informs 

animal cell type and nervous system evolution. bioRxiv 758276. https://doi.org/10.1101/758276 

Mydlarz LD, Fuess L, Mann W, et al (2016) Cnidarian Immunity: from Genomes to Phenomes. In: 

Goffredo S, Dubinsky Z (eds) The Cnidaria, Past, Present, Future. Springer, pp 441–466 

Nassir F, Wilson B, Han X, et al (2007) CD36 Is Important for Fatty Acid and Cholesterol Uptake by 

the Proximal but Not Distal Intestine. J Biol Chem 282:19493–19501. 

https://doi.org/10.1074/jbc.M703330200 

Nazario-Toole AE, Wu LP (2017) Phagocytosis in Insect Immunity. In: Advances in Insect 



81 
 

Physiology, 1st edn. Elsevier Ltd., pp 35–82 

Neaves WB (1972) The passage of extracellular tracers through the follicular epithelium of lizard 

ovaries. J Exp Zool 179:339–363. https://doi.org/10.1002/jez.1401790307 

Niedergang F, Chavrier P (2005) Regulation of phagocytosis by Rho GTPases. Curr. Top. Microbiol. 

Immunol. 291:43–60 

Nielsen C, Brunet T, Arendt D (2018) Evolution of the bilaterian mouth and anus. Nat. Ecol. Evol. 

2:1358–1376 

Nimpf J, Schneider WJ (1991) Receptor-mediated lipoprotein transport in laying hens. J Nutr 

121:1471–1474. https://doi.org/10.1093/jn/121.9.1471 

Ofek I, Goldhar J, Keisari Y, Sharon N (1995) Nonopsonic Phagocytosis of Microorganisms. Annu 

Rev Microbiol 49:239–276. https://doi.org/10.1146/annurev.mi.49.100195.001323 

Palm W, Sampaio JL, Brankatschk M, et al (2012) Lipoproteins in Drosophila melanogaster—

Assembly, Function, and Influence on Tissue Lipid Composition. PLoS Genet 8:e1002828. 

https://doi.org/10.1371/journal.pgen.1002828 

Park D, Tosello-Trampont AC, Elliott MR, et al (2007) BAI1 is an engulfment receptor for apoptotic 

cells upstream of the ELMO/Dock180/Rac module. Nature 450:430–434. 

https://doi.org/10.1038/nature06329 

Pérez-Pérez A, Sánchez-Jiménez F, Maymó J, et al (2015) Role of leptin in female reproduction. Clin 

Chem Lab Med 53:15–28. https://doi.org/10.1515/cclm-2014-0387 

Pfannenstiel H-DD, Grünig C (1982) Yolk formation in an annelid (Ophryotrocha puerilis, 

polychaeta). Tissue Cell 14:669–680. https://doi.org/10.1016/0040-8166(82)90057-X 

Pifferi F, Terrien J, Marchal J, et al (2018) Caloric restriction increases lifespan but affects brain 

integrity in grey mouse lemur primates. Commun Biol 1:30. https://doi.org/10.1038/s42003-018-

0024-8 

Pollard TD, Earnshaw WC, Lippincott-Schwartz J, Johnson G (2017) Endocytosis and the Endosomal 

Membrane System. In: Cell Biology, 3rd Editio. Elsevier, Amsterdam, pp 377–392 

Polzonetti-Magni AM, Mosconi G, Soverchia L, et al (2004) Multihormonal Control of Vitellogenesis 

in Lower Vertebrates. In: International Review of Cytology. Academic Press Inc., pp 1–46 

Presnell JS, Vandepas LE, Warren KJ, et al (2016) The Presence of a Functionally Tripartite Through-

Gut in Ctenophora Has Implications for Metazoan Character Trait Evolution. Curr Biol 26:2814–

2820. https://doi.org/10.1016/j.cub.2016.08.019 

Prummel KD, Nieuwenhuize S, Mosimann C (2020) The lateral plate mesoderm. Development 147:. 

https://doi.org/10.1242/dev.175059 

Putnam NH, Srivastava M, Hellsten U, et al (2007) Sea Anemone Genome Reveals Ancestral 

Eumetazoan Gene Repertoire and Genomic Organization. Science (80- ) 317:86–94. 

https://doi.org/10.1126/science.1139158 

Rabinovitch M (1995) Professional and non-professional phagocytes: an introduction. Trends Cell 



82 
 

Biol 5:85–87. https://doi.org/10.1016/S0962-8924(00)88955-2 

Raikhel AS, Dhadialla TS (1992) Accumulation of yolk proteins in insect oocytes. Annu Rev Entomol 

37:217–251 

Raz-Bahat M, Douek J, Moiseeva E, et al (2017) The digestive system of the stony coral Stylophora 

pistillata. Cell Tissue Res 368:311–323. https://doi.org/10.1007/s00441-016-2555-y 

Reading BJ, Sullivan CV, Schilling J (2017) Vitellogenesis in Fishes. In: Reference Module in Life 

Sciences. Elsevier, pp 1–12 

Reitzel AM, Burton PM, Krone C, Finnerty JR (2007) Comparison of developmental trajectories in 

the starlet sea anemone Nematostella vectensis: embryogenesis, regeneration, and two forms of 

asexual fission. Invertebr Biol 126:99–112. https://doi.org/10.1111/j.1744-7410.2007.00081.x 

Reitzel AM, Darling JA, Sullivan JC, Finnerty JR (2008) Global population genetic structure of the 

starlet anemone Nematostella vectensis: multiple introductions and implications for conservation 

policy. Biol Invasions 10:1197–1213. https://doi.org/10.1007/s10530-007-9196-8 

Renfer E, Amon-Hassenzahl A, Steinmetz PRHH, Technau U (2010) A muscle-specific transgenic 

reporter line of the sea anemone, Nematostella vectensis. Proc Natl Acad Sci U S A 107:104–

108. https://doi.org/10.1073/pnas.0909148107 

Renfer E, Technau U (2017) Meganuclease-assisted generation of stable transgenics in the sea 

anemone Nematostella vectensis. Nat Protoc 12:1844–1854. 

https://doi.org/10.1038/nprot.2017.075 

Rentzsch F, Fritzenwanker JH, Scholz CB, Technau U (2008) FGF signalling controls formation of 

the apical sensory organ in the cnidarian Nematostella vectensis. Development 135:1761–1769. 

https://doi.org/10.1242/dev.020784 

Repnik U, Česen MH, Turk B (2013) The endolysosomal system in cell death and survival. Cold 

Spring Harb Perspect Biol 5:. https://doi.org/10.1101/cshperspect.a008755 

Richard DS, Gilbert M, Crum B, et al (2001) Yolk protein endocytosis by oocytes in Drosophila 

melanogaster: Immunofluorescent localization of clathrin, adaptin and the yolk protein receptor. 

J Insect Physiol 47:715–723. https://doi.org/10.1016/S0022-1910(00)00165-7 

Riesgo A, Farrar N, Windsor PJ, et al (2014) The Analysis of Eight Transcriptomes from All Poriferan 

Classes Reveals Surprising Genetic Complexity in Sponges. Mol Biol Evol 31:1102–1120. 

https://doi.org/10.1093/molbev/msu057 

Riley J (1973) Histochemical and ultrastructural observations on digestion in Tetrameres fissispina 

Diesing, 1861 (Nematoda : Spiruridea) with special reference to intracellular digestion. Int J 

Parasitol 3:157–164. https://doi.org/10.1016/0020-7519(73)90021-0 

Rink J, Ghigo E, Kalaidzidis Y, Zerial M (2005) Rab Conversion as a Mechanism of Progression from 

Early to Late Endosomes. Cell 122:735–749. https://doi.org/10.1016/j.cell.2005.06.043 

Romero MF (2004) In the beginning, there was the cell: cellular homeostasis. Adv Physiol Educ 

28:135–138. https://doi.org/10.1152/advan.00048.2004 



83 
 

Roosen-Runge E (1962) On the Biology of Sexual Reproduction of Hydromedusae, Genus Phialidium 

Leuckhart. Pacific Sci XVI:15–24 

Rosales C, Uribe-Querol E (2017) Phagocytosis: A Fundamental Process in Immunity. Biomed Res 

Int 2017:. https://doi.org/10.1155/2017/9042851 

Rougerie P, Miskolci V, Cox D (2013) Generation of membrane structures during phagocytosis and 

chemotaxis of macrophages: Role and regulation of the actin cytoskeleton. Immunol Rev 

256:222–239. https://doi.org/10.1111/imr.12118 

Roy S, Saha SK, Ghorai N (2020) Note on the vitellogenesis and the yolk granules in a Veronicellidae 

slug, Laevicaulis alte (Férussac, 1822). Zoomorphology 139:141–149. 

https://doi.org/10.1007/s00435-020-00486-1 

Salinas LS, Maldonado E, Navarro RE (2006) Stress-induced germ cell apoptosis by a p53 

independent pathway in Caenorhabditis elegans. Cell Death Differ 13:2129–2139. 

https://doi.org/10.1038/sj.cdd.4401976 

Scarlett JM, Schwartz MW (2015) Gut-brain mechanisms controlling glucose homeostasis. 

F1000Prime Rep 7:12. https://doi.org/10.12703/P7-12 

Schechtman AM (1955) Ontogeny of the blood and related antigens and their significance for the 

theory of differentiation. In: Butler EG (ed) Biological Specificity and Growth. Princeton 

University Press, pp 3–31 

Schiariti AÍ, Christiansen E, Morandini AC, et al (2012) Reproductive biology of Lychnorhiza lucerna 

(Cnidaria: Scyphozoa: Rhizostomeae): Individual traits related to sexual reproduction. Mar Biol 

Res 8:255–264. https://doi.org/10.1080/17451000.2011.616897 

Schmidt-Rhaesa A (2007) The Evolution of Organ Systems. Oxford University Press 

Schneider WJ (1996) Vitellogenin Receptors: Oocyte-Specific Members of the Low-Density 

Lipoprotein Receptor Supergene Family. In: International Review of Cytology. pp 103–137 

Schneider WJ, Nimpf J (2003) LDL receptor relatives at the crossroad of endocytosis and signaling. 

Cell Mol Life Sci 60:892–903. https://doi.org/10.1007/s00018-003-2183-Z 

Schneider WJ, Nimpf J, Brandes C, Drexler M (1999) The low-density lipoprotein receptor family: 

Genetics, function, and evolution. Curr Atheroscler Rep 1:115–122. 

https://doi.org/10.1007/s11883-999-0007-9 

Schonbaum CP, Lee S, Mahowald AP (1995) The Drosophila yolkless gene encodes a vitellogenin 

receptor belonging to the low density lipoprotein receptor superfamily. Proc Natl Acad Sci U S A 

92:1485–1489. https://doi.org/10.1073/pnas.92.5.1485 

Schondube JE, Herrera-M LG, Martínez del Rio C (2001) Diet and the evolution of digestion and 

renal function in phyllostomid bats. Zoology 104:59–73. https://doi.org/10.1078/0944-2006-

00007 

Scimone ML, Wurtzel O, Malecek K, et al (2018) foxF-1 Controls Specification of Non-body Wall 

Muscle and Phagocytic Cells in Planarians. Curr Biol 28:3787-3801.e6. 



84 
 

https://doi.org/10.1016/j.cub.2018.10.030 

Sebé-Pedrós A, Saudemont B, Chomsky E, et al (2018) Cnidarian Cell Type Diversity and Regulation 

Revealed by Whole-Organism Single-Cell RNA-Seq. Cell 173:1520-1534.e20. 

https://doi.org/10.1016/j.cell.2018.05.019 

Sheader M, Suwailem AM, Rowe GA (1997) The anemone,Nematostella vectensis, in Britain: 

considerations for conservation management. Aquat Conserv Mar Freshw Ecosyst 7:13–25. 

https://doi.org/10.1002/(SICI)1099-0755(199703)7:1<13::AID-AQC210>3.0.CO;2-Y 

Shick JM (1991) A Functional Biology of Sea Anemones. Springer Netherlands, Dordrecht 

Shikina S, Chang C (2016) Sexual Reproduction in Stony Corals and Insight in into the Evolution of 

Oogenesis in Cnidaria. In: The Cnidaria, Past, Present and Future. pp 249–268 

Shikina S, Chen CJ, Chung YJ, et al (2013) Yolk formation in a stony coral Euphyllia ancora 

(Cnidaria, Anthozoa): Insight into the evolution of vitellogenesis in nonbilaterian animals. 

Endocrinology 154:3447–3459. https://doi.org/10.1210/en.2013-1086 

Shikina S, Chiu Y-L, Lee Y-H, Chang C-F (2015) From Somatic Cells to Oocytes: A Novel Yolk 

Protein Produced by Ovarian Somatic Cells in a Stony Coral, Euphyllia ancora1. Biol Reprod 

93:57–58. https://doi.org/10.1095/biolreprod.115.129643 

Shimizu H, Aufschnaiter R, Li L, et al (2008) The extracellular matrix of hydra is a porous sheet and 

contains type IV collagen. Zoology 111:410–418. https://doi.org/10.1016/j.zool.2007.11.004 

Silversand C, Haux C (1995) Fatty acid composition of vitellogenin from four teleost species. J Comp 

Physiol B 164:593–599. https://doi.org/10.1007/BF00389799 

Smith LC, Arizza V, Barela Hudgell MA, et al (2018) Echinodermata: The Complex Immune System 

in Echinoderms. In: Advances in Comparative Immunology. Springer International Publishing, 

Cham, pp 409–501 

Smolenaars MMW, Madsen O, Rodenburg KW, Van Der Horst DJ (2007) Molecular diversity and 

evolution of the large lipid transfer protein superfamily. J Lipid Res 48:489–502. 

https://doi.org/10.1194/jlr.R600028-JLR200 

Stahl A, Hirsch DJ, Gimeno RE, et al (1999) Identification of the Major Intestinal Fatty Acid 

Transport Protein. Mol Cell 4:299–308. https://doi.org/10.1016/S1097-2765(00)80332-9 

Stein E, Avtalion RR, Cooper EL (1977) The coelomocytes of the earthworm Lumbricus terrestris: 

morphology and phagocytic properties. J Morphol 153:467–477. 

https://doi.org/10.1002/jmor.1051530310 

Steinmetz PRH (2019) A non-bilaterian perspective on the development and evolution of animal 

digestive systems. Cell Tissue Res. 377:321–339 

Steinmetz PRH, Zelada-Gonzáles F, Burgtorf C, et al (2007) Polychaete trunk neuroectoderm 

converges and extend by mediolateral cell intercalation. Proc Natl Acad Sci U S A 104:2727–

2732. https://doi.org/10.1073/pnas.0606589104 

Steinmetz PRHH, Aman A, Kraus JEMM, Technau U (2017) Gut-like ectodermal tissue in a sea 



85 
 

anemone challenges germ layer homology. Nat Ecol Evol 1:1535–1542. 

https://doi.org/10.1038/s41559-017-0285-5 

Stephenson TA (1935) The British Sea Anemones Volume II. The Ray Society, London 

Strickland DK, Gonias SL, Argraves WS (2002) Diverse roles for the LDL receptor family. Trends 

Endocrinol Metab 13:66–74. https://doi.org/10.1016/S1043-2760(01)00526-4 

Subramoniam T (2011) Mechanisms and control of vitellogenesis in crustaceans. Fish Sci 77:1–21. 

https://doi.org/10.1007/s12562-010-0301-z 

Swanson JA, Johnson MT, Beningo K, et al (1999) A contractile activity that closes phagosomes in 

macrophages. J Cell Sci 112:307–316 

Swanson JA, Watts C (1995) Macropinocytosis. Trends Cell Biol. 5:424–428 

Tan ES, Izumi R, Takeuchi Y, et al (2020) Molecular approaches underlying the oogenic cycle of the 

scleractinian coral, Acropora tenuis. Sci Rep 10:1–16. https://doi.org/10.1038/s41598-020-

66020-x 

Technau U, Genikhovich G, Kraus JEM (2015) Cnidaria. In: Wanninger A (ed) Evolutionary 

Developmental Biology of Invertebrates. Springer Vienna, Vienna, pp 115–163 

Technau U, Miller MA, Bridge D, Steele RE (2003) Arrested apoptosis of nurse cells during Hydra 

oogenesis and embryogenesis. Dev Biol 260:191–206. https://doi.org/10.1016/S0012-

1606(03)00241-0 

Telfer WH (1975) Development and Physiology of the Oocyte-Nurse Cell Syncytium. pp 223–319 

Telfer WH, Huebner E, Smith DS (1982) The Cell Biology of Vitellogenic Follicles in Hyalophora 

and Rhodnius. Insect Ultrastruct 118–149. https://doi.org/10.1007/978-1-4615-7266-4_5 

Thomas MB, Edwards NC (1991) Cnidaria : Hydrozoa. In: Harrison FW, Westfall JA (eds) 

Microscopic Anatomy of Invertebrates, Volume 2: Placozoa, Porifera, Cnidaria and Ctenophora. 

Wiley-Liss, pp 91–183 

Tiemann H, Jarms G (2010) Organ-like gonads, complex oocyte formation, and long-term spawning in 

Periphylla periphylla (Cnidaria, Scyphozoa, Coronatae). Mar Biol 157:527–535. 

https://doi.org/10.1007/s00227-009-1338-3 

Tixier P, Authier M, Gasco N, Guinet C (2015) Influence of artificial food provisioning from fisheries 

on killer whale reproductive output. Anim Conserv 18:207–218. 

https://doi.org/10.1111/acv.12161 

Topczewska JM, Topczewski J, Solnica-Krezel L, Hogan BLM (2001) Sequence and expression of 

zebrafish foxc1a and foxc1b , encoding conserved forkhead/winged helix transcription factors. 

Mech Dev 100:343–347. https://doi.org/10.1016/S0925-4773(00)00534-7 

Uhlinger KR (1997) Sexual Reproduction and Early Development in the Estuarine Sea Anemone, 

Nematostella vectensis Stephenson, 1935. University of California 

Underhill DM, Goodridge HS (2012) Information processing during phagocytosis. Nat Rev Immunol 

12:492–502. https://doi.org/10.1038/nri3244 



86 
 

Valentine JW (2003) Cell types, Numbers, and Body Plan Complexity. In: Hall B, Olson W (eds) 

Keywords and Concepts in Evolutionary Developmental Biology. Harvard University Press, 

Cambridge, pp 35–53 

Van-Praët M (1978) Étude histochimique et ultrastructurale des zones digestives d’Actinia equina L. 

(Cnidaria, Actinaria). Cah Biol Mar XIX:415–432 

Van-Praët M (1980) Absorption des substances dissoutes dans le milieu, des particules et des produits 

de la digestion extracellulaire chez Actinia equina (Cnidaria, Actiniaria). Reprod Nutr Dev 

20:1393–1399. https://doi.org/10.1051/rnd:19800731 

Van-Praët M (1985) Nutrition of Sea Anemones. Adv Mar Biol 22:65–99 

Van Dam TJP, Zwartkruis FJT, Bos JL, Snel B (2011) Evolution of the TOR pathway. J Mol Evol 

73:209–220. https://doi.org/10.1007/s00239-011-9469-9 

Van der Horst DJ, Roosendaal SD, Rodenburg KW (2009) Circulatory lipid transport: Lipoprotein 

assembly and function from an evolutionary perspective. Mol Cell Biochem 326:105–119. 

https://doi.org/10.1007/s11010-008-0011-3 

Van Praët M (1982) Amylase and trypsin- and chymotrypsin-like proteases from Actinia equina L.; 

Their role in the nutrition of this sea anemone. Comp Biochem Physiol Part A Physiol 72:523–

528. https://doi.org/10.1016/0300-9629(82)90117-7 

Voet D, Voet J, Pratt CW (2016) Fundamentals of biochemistry: life at the molecular level. Wiley 

Wahli W, Dawid IB, Ryffel GU, Weber R (1981) Vitellogenesis and the vitellogenin gene family. 

Science (80- ) 212:298–304. https://doi.org/10.1126/science.7209528 

Wallace RA (1985) Vitellogenesis and Oocyte Growth in Nonmammalian Vertebrates. In: Oogenesis. 

Springer US, Boston, MA, pp 127–177 

Wallace RA, Dumont JN (1968) The induced synthesis and transport of yolk proteins and their 

accumulation by the oocyte in Xenopus laevis. J Cell Physiol 72:73–89. 

https://doi.org/10.1002/jcp.1040720407 

Wältermann M, Steinbüchel A (2005) Neutral Lipid Bodies in Prokaryotes: Recent Insights into 

Structure, Formation, and Relationship to Eukaryotic Lipid Depots. J Bacteriol 187:3607–3619. 

https://doi.org/10.1128/JB.187.11.3607-3619.2005 

Walther TC, Farese R V. (2012) Lipid Droplets and Cellular Lipid Metabolism. Annu Rev Biochem 

81:687–714. https://doi.org/10.1146/annurev-biochem-061009-102430 

Weiss J (2003) Bactericidal/permeability-increasing protein (BPI) and lipopolysaccharide-binding 

protein (LBP): Structure, function and regulation in host defence against Gram-negative bacteria. 

In: Biochemical Society Transactions. pp 785–790 

Whitfield M, Pollet-Villard X, Levy R, et al (2015) Posttesticular sperm maturation, infertility, and 

hypercholesterolemia. Asian J Androl 17:742–748. https://doi.org/10.4103/1008-682X.155536 

Wiegand MD (1996) Composition, accumulation and utilization of yolk lipids in teleost fish. Rev Fish 

Biol Fish 6:259–286. https://doi.org/10.1007/BF00122583 



87 
 

Wiley HS, Wallace RA (1981) The structure of vitellogenin. Multiple vitellogenins in Xenopus laevis 

give rise to multiple forms of the yolk proteins. J Biol Chem 256:8626–8634. 

https://doi.org/10.1016/S0021-9258(19)68890-3 

Williams RB (1975) A redescription of the brackish-water sea anemone Nematostella vectensis 

Stephenson, with an appraisal of congeneric species. J Nat Hist 9:51–64. 

https://doi.org/10.1080/00222937500770051 

Williams TD, Kay RR (2018) The physiological regulation of macropinocytosis during Dictyostelium 

growth and development. J Cell Sci 131:. https://doi.org/10.1242/jcs.213736 

Woods SC, Seeley RJ, Porte D, Schwartz MW (1998) Signals that regulate food intake and energy 

homeostasis. Science (80- ) 280:1378–1383. https://doi.org/10.1126/science.280.5368.1378 

Wourms JP (1987) Oogenesis. In: Giese AC, Pearse JS, Pearse VB (eds) Reproduction of Marine 

Invertebrates, Volume IX, General aspects: seeking unity in diversity. Blackwell Scientific 

Publications and the Boxwood Press, Pacific Grove, California, pp 50–157 

Wu LT, Hui JHL, Chu KH (2013) Origin and Evolution of Yolk Proteins: Expansion and Functional 

Diversification of Large Lipid Transfer Protein Superfamily. Biol Reprod 88:102–103. 

https://doi.org/10.1095/biolreprod.112.104752 

Yamamoto T, Davis CG, Brown MS, et al (1984) The human LDL receptor: A cysteine-rich protein 

with multiple Alu sequences in its mRNA. Cell 39:27–38. https://doi.org/10.1016/0092-

8674(84)90188-0 

Yonge CM (1937) Evolution and adaptation in the digestive system of the Metazoa. Biol Rev 12:87–

114. https://doi.org/10.1111/j.1469-185X.1937.tb01223.x 

Yoshizaki H, Ohba Y, Kurokawa K, et al (2003) Activity of Rho-family GTPases during cell division 

as visualized with FRET-based probes. J Cell Biol 162:223–232. 

https://doi.org/10.1083/jcb.200212049 

Young JAC (1974) The Nature of Tissue Regeneration After Wounding in the Sea Anemone Calliactis 

Parasitica (Couch). J Mar Biol Assoc United Kingdom 54:599–617. 

https://doi.org/10.1017/S0025315400022773 

Youson JH, Al-Mahrouki AA (1999) Ontogenetic and phylogenetic development of the endocrine 

pancreas (islet organ) in fishes. Gen Comp Endocrinol 116:303–335. 

https://doi.org/10.1006/gcen.1999.7376 

Yutin N, Wolf MY, Wolf YI, Koonin E V. (2009) The origins of phagocytosis and eukaryogenesis. 

Biol Direct 4:1–26. https://doi.org/10.1186/1745-6150-4-9 

Zapata F, Goetz FE, Smith SA, et al (2015) Phylogenomic analyses support traditional relationships 

within Cnidaria. PLoS One 10:1–13. https://doi.org/10.1371/journal.pone.0139068 

Ziegler R, Van Antwerpen R (2006) Lipid uptake by insect oocytes. Insect Biochem Mol Biol 36:264–

272. https://doi.org/10.1016/j.ibmb.2006.01.014 

Zimmermann B, Robb SMC, Genikhovich G, et al (2020) Sea anemone genomes reveal ancestral 



88 
 

metazoan chromosomal macrosynteny. bioRxiv 2020.10.30.359448. 

https://doi.org/10.1101/2020.10.30.359448 



Graphic design: Com
m

unication Division, UiB  /  Print: Skipnes Kom
m

unikasjon AS

uib.no

ISBN: 9788230848890 (print)
9788230853405 (PDF)


	101020 Marion Lebouvier_v2.1_Elektronisk
	101020 Marion Lebouvier_v2.1_innmat
	101020 Marion Lebouvier_v2.1Elektronsk_bakside
	101020 Marion Lebouvier_v2Elektronsk_bakside

