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Abstract 

 

Sensory neurons are key mediators of the transduction of external stimuli 

from the ear to the brain essential for the sense of balance and hearing. 

Understanding when, where and how the sensory nervous system is 

assembled during development can provide insights on deafness and 

balance disorders. Here, I show in zebrafish that Her9 transcription factor 

is a key element in the regulation of otic neurogenesis. Loss of Her9 

function leads to the ectopic expression of neurogenic genes neurod and 

neurod4. Moreover, I show that Her9 acts downstream of Tbx1, and both 

genes are activated by retinoic acid signaling emanating from the paraxial 

mesoderm and negatively regulated by Hedgehog signaling. Altogether, 

the data demonstrates a role of retinoic acid in axial patterning and the 

establishment of a neurogenic domain through Tbx1 and Her9. At later 

stages, retinoic acid has an additional role by regulating neuronal 

differentiation in the statoacoustic ganglion. 

 

Resum 

 

Les neurones sensorials de l’oïda interna són mediadores claus en la 

transducció dels estímuls externs des de l’oïda interna al cervell. 

Entendre a on, quan i com el sistema nerviós sensorial s’organitza durant 

el desenvolupament embrionari pot ajudar en l’estudi de les malalties 

neurosensorials. En el present treball, mostro en peix zebra que el factor 

de transcripció Her9 és un element clau en el control de la neurogènesi 

òtica i que Her9 es troba sota el control directe del factor Tbx1. A més, 

ambdos factors estan regulats de  manera positva per la via de 

senyalització de l’àcid retinoic i negativament per la vía de hedgehog. En 

resum, la tesis demostra un paper de l’àcid retinoic en la regionalització 

axial del primordi òtic en l’eix anteroposterior i l’establiment d’un domini 

neurogènic a través de Tbx1 i Her9. En estadis tardans, l’àcid retinoic 

regula la diferenciació neuronal en el gangli estato-acústic. 
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Preface 

 

To understand how sensory neurons are precisely generated during 

development is a crucial task. The correct spatiotemporal control of 

neurogenesis in the inner ear is essential for ensuring correct functioning 

of the sense of hearing and balance. During development, otic neurons 

are generated in the anteromedial domain of the otic anlagen. Previous 

studies have identified and characterized the intrinsic and extrinsic factors 

that positively promote otic neurogenesis. However, very little is known on 

how neurogenesis becomes restricted to only this anteromedial domain, 

and whether in addition to positive inputs, negative regulators control otic 

neurogenesis in a spatial manner. 

This thesis identifies a new genetic cascade implicated in the axial 

anteroposterior patterning of the inner ear and explores their function in 

the establishment of a neurogenic and a nonneurogenic domain. 

Moreover, the results I have obtained and described here have been 

integrated and discussed with other data to draw a comprehensive picture 

on the molecular mechanisms involved in the spatiotemporal control of 

neurogenesis in the inner ear. 
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                                                            Introduction     

1. The vertebrate ear 

 

1.1 Anatomy of the vertebrate ear 

 

Hearing loss is one of the main chronic dissabilities of our time, 

affecting up to one third of the elderly people. It can be classified 

into conductive (CHL) and sensorineural hearing loss (SNHL), the 

last one affecting up to 1 in 500 newborns (Smith et al., 2005). CHL 

results from dysfunction in any of the mechanisms involved in the 

conduction of sound wave through the outer and middle ear, while 

SNHL results from the damaged auditory nerve or from the 

abnormalities in function of the cells that normally sensate the 

sound stimuli. It can be congenital or acquired, due to the age-

related changes caused by drugs that are toxic for the auditory 

system, viruses, tumors and noise exposure. 

 

The sense of hearing mediates our communication with the exterior 

world and thus improves the quality of everyday life. However, the 

sense of balance is the one that is essential, its significance for us 

probably being the most underestimated among all the senses we 

dispose of. Moderate dysfunction of sense of balance results in 

vertigo (the sensation of spinning) and nystagmus (flickering of the 

eye), while severe cases include disequilibrium, characterized by 

frequent falls in a specific direction, or a complete loss of the ability 

to stand (Sando et al., 2001). 
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Both, sound and equilibrium stimuli, are perceived by the ear. The 

vertebrate ear is composed of external, middle and inner ear (Fig. 

1), the last one being directly responsible for the sensory function.  

 

Figure 1. The vertebrate ear. 
The vertebrate ear is composed of external, middle and inner ear. The 
external ear is a sound-collecting tunnel composed of the auricle and the 
external auditory meatus (light green), and it is bound to the middle ear by 
tympanic membrane (dark green). The middle ear connects external and 
inner ear. It is composed of tympanic cavity and Eustachian (auditory) 
tube (red). Within tympanic cavity, three auditory ossicles of mesenchymal 
origin: malleus, incus and stapes (blue), mediate  transformation of sound 
waves into mechanical vibrations of the fluid contained within the inner ear 
(purple). The inner ear converts these mechanical stimuli to the electrical 
impulses, which are sent to the brain by vestibular and auditory nerves 
(yellow on the right), where these informations are interpreted and an 
adequate response is prepared. Modified from Web Images. 
 

From now on I will refer only to the anatomy and development of 

the inner ear, which is the subject of this thesis. 
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                                                            Introduction     

In addition to the perception of the gravistatic stimuli, the sense of 

equilibrium requires correct perception of movements in all three 

dimensions. To acomplish this function, the inner ear evolved as a 

highly complex three-dimensional structure, called also the 

membranous labyrinth, with separate domains of vestibular and 

auditory function. The vestibular portion occupies the dorsal part of 

the inner ear and is evolutionary conserved among vertebrates 

(Fig. 2). It is tipically composed of three orthogonally positioned 

semicircular canals and an utricular pouch. The three cristae, 

sensory domains responsible for detection of the angular 

acceleration, are located in ampullar connections of each of the 

canal with the utricular pouch. The utricular macula, another 

sensory organ of the vestibular system, is placed in the utricular 

pouch and is responsible for detection of linear acceleration in the 

horizontal axis. (Bever and Fekete, 2002). 

 

The ventral portion of the inner ear consists of saccular and 

lagenar pouches, which contain sensory domains, the maculae, 

responsible for detection of vestibular stimuli or both vestibular and 

auditory stimuli, as it is the case for the saccular macula in 

zebrafish. An additional ventral structure, containing a sensory 

domain specialized for the perception of the auditory stimuli, 

appears in birds (basilar papilla) and mammals (organ of Corti). 
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Figure 2. Schematic drawings of the adult inner ear  in different 
vertebrate species. 
Dorsal, vestibular part of the inner ear, composed of the semicircular 
canals and the utricle, is conserved among zebrafish, frog, chick and 
mouse. Ventral, auditory part shows a prominent evolution, and in 
mammals it includes a highly complex cochlea. Lateral views, anterior is 
to the right, dorsal is up. Modified from Web Images. 
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The capture of sensory stimuli occurs within the specialized 

sensory epithelia found in discrete regions of the inner ear. These 

sensory domains, cristae and maculae, have conserved cell 

composition and organization. In general, two main cell types 

constitute each of the domains: mechanosensory hair cells and 

non-sensory supporting cells (Fig. 3).  

 

 
Figure 3. Ear sensory patch. 
The functional sensory unit consists of hair cell (red) and supporting cell 
(yellow), arranged in a mosaic fashion within the sensory epithelia, and of 
sensory neuron (green), whose soma is located within the SAG 
positioned adjacent to the inner ear. Sensory neuron dendrites 
innervate hair cells within the epithelium. Adapted from Adam et al., 
1998. 
 

Mechanosensory hair cells act as receptors and transducers of 

mechanical stimuli. Each hair cell dispose of the stereociliary 

bundle on its apical surface, and this bundle is attached to the 

mobile gelatinous structures that overlie each of the cristae 

(cupulae) and maculae (otolithic membranes). It is the movement 

of these structures that moves the stereocilliary bundle, and 

consequently “excitates” hair cell through the opening of 
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mechanosensitive ion channels. On the other side, hair cells 

synapse with sensory neurons, whose somae are grouped within 

the statoacoustic ganglion (SAG), which is closely positioned to the 

membranous labyrinth. Neuronal axons form the statoacoustic 

(VIIIth) cranial nerve that branches and projects to the vestibular 

and cochlear nuclei located in the pons (metencephalon) and 

medulla (myelencephalon) of the brainstem. Nonsensory 

supporting cells vary greatly in morphological and functional 

specialization. In addition to providing mechanical scaffold for the 

sensory epithelium, these cells are thought to perform a stem cell-

like function important for regeneration of hair cells, and are also  

involved in maintenance and survival of hair cells (Presson et al., 

1996, Lanford et al., 1996, Haddon et al., 1999, Eddison et al., 

2000, Stone and Rubel, 2000). 

 

All three cell types, as well as all the nonsensory components of 

the inner ear, originate from a simple inner ear anlagen, called the 

otic placode. 

 

Using zebrafish as a model for the study of the vertebrate inner ear 

development, I will next briefly describe the steps that lead to the 

formation of the mature inner ear. Zebrafish inner ear resembles 

that of mammals and chick, with the difference referring to the 

absence of a single sensory epithelia detecting only auditory 

stimuli. In zebrafish, auditory stimuli is captured by saccular macula 

that additionally detects linear acceleration, hence contributing to 

both, auditory and vestibular, function. 
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1.2 Inner ear development 

 

The inner ear development starts with the specification of the otic 

field, which progressively develops into the otic placode. In 

zebrafish, the otic placode appears at 10 ss stage (14 hpf) as a 

simple ectodermal thickening adjacent to the developing caudal 

hindbrain. The otic placode cavitates and pinches of from the 

ectoderm, to finally form the closed epithelial structure, called the 

otic vesicle or otocyst. It is considered that at this stage the otic 

field reaches the irreversible state of determination (Waddington, 

1937, Jacobson, 1963, Swanson et al., 1990, Gallagher et al., 

1996), defined as a property of the otic primordium to develop into 

the membranous labyrinth independently of the embryonic 

environment. Once the state of determination is achieved, the otic 

vesicle undergoes a period of extensive cell proliferation, which is 

under the control of different growth factors. Coupling extensive cell 

proliferation with complex morphogenetic changes will transform 

the otic vesicle into highly organized membranous labyrinth, with all 

its sensory elements placed at correct positions. 

 

1.2.1 Otic neurogenesis 

 

SAG neurons, mechanosensory hair cells and supporting cells all 

originate from the otic placode (Fig. 4). The role of positive 

regulators of the otic neurogenesis was investigated by numerous 

groups and it is well understood. The generation of otic neurons is 

a sequential process, which includes steps of neural specification, 

neuronal determination and neuronal differentiation. Initially, 
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neuronal progenitors can be detected at the otic placode/vesicle 

stage in the anterior part of the otic anlagen, as revealed by the 

expression of Neurog1 (Ma et al., 1998, Andermann et al., 2002, 

Alsina et al., 2004). Neurog1, together with NeuroD, is considered 

to play essential roles in inner ear neurogenesis.  Both  genes 

encode proneural basic helix-loop-helix (bHLH) transcription factors 

which, upon heterodimerization with other bHLH proteins, activate 

transcription of the genes that contain a specific DNA sequence, 

known as the E-box. Neurog1, whose expression precedes that of 

NeuroD, is considered as a neuronal determination gene: when 

overexpressed it drives the formation of ectopic neurons (Ma et al., 

1996, Perron et al., 1999, Olson et al., 1998). Mice lacking 

Neurog1 lack all sensory neurons in the inner ear (Ma et al., 1998, 

Ma et al., 2000). NeuroD  is a potent neuronal differentiation factor, 

as evidenced by its gain of function phenotypes that include 

conversion of nonneuronal cell fate into a neuronal fate in Xenopus 

(Lee et al., 1995). Mice lacking NeuroD exhibit a near-complete 

loss of cochlear ganglia and a significant loss of vestibular ganglia 

(Kim et al., 2001). The loss of neurons occurs at later stages of 

neuronal maturation, which include neuronal differentiation and  

survival (Liu et al., 2000, Kim et al 2001). 

 

The selection of neuronal precursors within the neurogenic domain 

is mediated by Notch signaling pathway (see BOX 1 and Fig. 5). 

Cells expressing Neurog1 upregulate the expression of Notch 

ligand Delta, and the Delta-Notch interaction between neighbouring 

cells leads to the release of the Notch intracellular domain, leading 

to the final activation of the proneural repressors in the cells 
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adjacent to the Neurog1 positive neuronal precursors. This 

mechanism is named lateral inhibition. 

 
Figure 4. Establishment of the otic neurogenic and sensory domains 
in zebrafish.  
Above: The specification of prosensory anlagen starts with the expression 
of proneural gene atoh1b (dark green) at the otic preplacode stage (11 
hpf). This continuous domain resolves into two patches at otic placode 
stages (here shown at 16 hpf). In parallel, neurogenic domain is specified 
and first neurog1 positive cells appear (pink spots at 16 hpf). Further 
development of the sensory hair cells depends on the activation of atoh1a 
gene in some of the cells within each of the patches, at otic vesicle stages 
(shown here at 24 hpf, red spots). 
Below: The expression patterns of atoh1b/1a and neurog1/neurod 
proneural genes permit schematic drawing of the 24 hpf otic vesicle 
patterned into sensory (red), neurogenic (purple) and nonneurogenic 
(blue) domains. Anterior is to the left, medial is up. 
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BOX I: Notch signaling pathway 
 
The Notch signaling pathway regulates a number of developmental  
processes, being its role in binary cell fate decisions one of the most 
extensively studied. The core of the pathway consists of DSL (Delta, 
Serrate, LAG-2) family of ligands, Notch receptors and downstram targets. 
Notch proteins are single-pass transmembrane receptors for the DSL 
family of single-pass transmembrane ligands. 
 
The pathway is triggered when the ligands expressed on the surface of 
neighboring cells interact with Notch receptors. Upon ligand binding, 
Notch receptor undergoes proteolytic cleavages that lead to the release of 
the Notch intracellular domain (NICD) from the plasma membrane. The 
NICD translocates to the nucleus and associates with the DNA-binding 
transcription factor RBP-J. This converts RBP-J from a transcriptional 
repressor to an activator. In this process, NICD, RBP-J and Mastermind-
like proteins assemble on target DNA and recruit transcriptional 
coactivators. The Notch targets include members of the Hairy and 
Enhancer of split family of transcriptional repressors (Hes in mammals, 
Her in zebrafish), which subsequently repress the transcription of 
proneural genes such as Mash1 (reviewed in Kageyama et al., 2007, 
Kageyama et al., 2008). 

 
Figure BOX I. Simplified schematic representation o f the core of the 
Notch signaling pathway. Taken from Kageyama et al., 2008. 
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Figure 5. Lateral inhibition by Notch signaling pat hway. 

Schematic drawing illustrating the mechanism of lateral inhibition. Cell 
expressing a proneural gene will activate Hes target genes in the 
neighbouring cell, as a result of DSL-Notch binding on the surface of the 
two cells. The activation of Hes prevents the cell to adopt the same fate 
as its neighbour, by repressing the transcription of proneural gene. 
Modified from Bertrand et al., 2002. 
 
 

Among the factors involved in otic neural specification, which 

precedes neuronal determination step, members of the Fgf family 

are thought to play the main role. In zebrafish ace (Fgf8 null) 

mutants SAG is smaller and there are less neurog1 positive cells 

within the otic epithelium (Léger and Brand). When ace mutant 

embryos were injected with morpholino designed to block fgf3 

translation, neurog1 positive cells in the otic epithelium could not 

be detected and, subsequently, SAG did not formed. Similarly, 

blocking Fgf signaling in chick decreased the number of Neurog1 

and NeuroD expressing cells within the otic anlagen (Abelló et al., 

2010). 

 

Otic epithelial neuroblasts will delaminate to form the SAG. After a 

period of cell proliferation, SAG neurons will differentiate to 
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innervate back sensory organs of the inner ear. Members of the 

LIM/homeodomain family of transcription factors, Islet1 and Islet3,  

mark the delaminating neuroblasts and differentiated SAG neurons, 

respectively.  

 

1.2.2 Otic sensory development 

 

Sensory epithelia of the zebrafish inner ear develop not only in a 

spacially restricted and well defined otic domains, but also in highly 

controlled temporal order. The two sensory maculae appear before 

the sensory cristae, and these appear before the lagenar macula 

and macula neglecta. As it is the case for otic sensory neurons, the 

first step in the development of the sensory epithelia is the 

specification of a prosensory anlagen within the otic epithelium 

(Fig. 4). For the sensory maculae this specification coincides with 

the expression of atoh1b and atoh1a genes at the opposite poles of 

the otic AP axis, at placodal and early vesicle stages respectively, 

as shown by Riley and colleagues (Millimaki et al., 2007). The 

same group placed Fgf signaling upstream of otic atoh1b and 

atoh1a expression, implicating this signaling in the otic prosensory 

specification. They also showed that active Notch signaling is 

required to resolve the initially continous domain of atoh1b 

expression into the two prosensory patches: when Notch is blocked 

transiently at relevant stages, the two prosensory domains appear 

later and are bigger than in control animals.  

 

This role of Notch differs from that one discovered from the 

analysis of mindbomb mutants, in which Notch signaling is 

impaired (Haddon et al., 1998, Haddon et al., 1999). In these 

mutants, the two sensory maculae consists of only supernumerary 
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hair cells, with no supporting cells, suggesting the role of Notch in 

lateral inhibition-mediated selection of hair cell precursors. 

 

As it happens with the neuronal development, after the period of 

prosensory domain specification individual cells will develop as 

either hair cells or supporting cells. Hair cell commitment starts with 

the upregulation of the atoh1 expression by some cells within the 

prosensory group. The first two hair cells to appear are specified by 

the Atoh1b bHLH transcription factor, while later forming hair cells 

depend on Atoh1a (Millimaki et al., 2007). Inhibition of both atoh1a  

and atoh1b results in a complete loss of macular hair cells, while 

overexpression of Atoh1a causes appearance of ectopic hair cells 

(Millimaki et al., 2007), suggesting that this gene acts as a hair cell 

determination gene. As described above, the hair cell/supporting 

cell fate decision requires lateral inhibition through the Notch 

signaling mechanism, which involves the interaction between Delta 

ligands and Notch receptors among the neighbouring cells (Fig. 5). 

 

Following commitment, developing hair cells begin to express a set 

of transcription factors that are required for hair cell survival and 

differentiation. One of the first to be detected is a Pou-domain 

transcription factor Brn3c (also known as Pou4f3). Deletion of 

Brn3c leads to the ablation of the inner ear hair cells in mammals 

(Erkman et al., 1996, Xiang et al., 1997).  
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2. Patterning of the inner ear 

2.1 Otic assymetries 

 

The morphological complexity of the inner ear arose from the 

necessity to detect movements in all three dimensions. In order to 

get a fully functional organ, a complex spatiotemporal pattern of 

cell fates is achieved by coupling morphogenesis and cell fate 

specification during development. Initially homogenous otic field 

progressively becomes compartmentalized, such that a group of 

cells within a single compartment will express the same 

combination of genes and eventually will develop independently 

from adjacent territories. The initial compartmentalization of the 

inner ear is tightly connected with early cell fate decisions and 

includes the definition of neural, sensory and nonsensory 

territories. 

 

Molecular studies revealed assymetric patterns of gene expression 

in the early otic anlagen, and this foreshadows the complexity of 

the mature inner ear, which displays clear assymetries about all 

three body axes: anteroposterior (AP), mediolateral (ML) and 

dorsoventral (DV). For the purpose of this thesis, I will explain in 

detail what is known about the otic AP patterning, while the further 

information about the extrinsic patterning signals and intrinsic 

interpreters of the otic ML and DV assymetries  can be found in 

detailed reviews from Whitfield and Hammond, 2007, and Bok et 

al., 2007. 
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2.1.1 Anteroposterior otic patterning 

 

The definition of a neurogenic compartment coincides with the 

definition of the assymetry along the AP axis in the developing 

inner ear. Neurogenesis occurs only in the anterior domain of the 

otic vesicle, and this domain is characterized by the expression of a 

number of signaling molecules and transcription factors, such as 

different Fgfs, Neurog1, Hes5, NeuroM and NeuroD, including 

Notch ligand Delta1 and Notch modulator Lunatic Fringe  (Henrique 

et al., 1995, Adam et al., 1998, Anderman et al., 2002, Alsina et al., 

2004, Abelló et al., 2007). A set of genes is transcribed 

complementary to the neurogenic domain and these define the 

nonneurogenic posterior otic territory, and these include Lmx1, 

Irx1, Hairy1 and Tbx1 (Alsina et al., 2004, Raft et al., 2004, Abelló 

et al., 2007, Abelló et al., 2010). 

 

Although the assymetry along the otic AP axis begins with the 

expression of the above mentioned neural markers at the otic 

placode/cup transition stage, this axis in chick is not fixed until mid-

cup stage, as shown by otic transplantation experiments (Wu et al., 

1998, Bok et al., 2005, Bok et al., 2011). In these experiments 

either the otic region or the hindbrain were rotated along the AP 

axis, and the morphology of the inner ear, or expression pattern of 

a set of genes, was analyzed later on. Rotation of the otocyst had a 

strong impact on the otic AP axis, while rotations of the hindbrain 

perturbed mainly DV otic patterning. This is surprising, since it was 

thought that hindbrain, clearly assymetric along the AP axis, could 

be the source of signals that pattern the AP axis of the juxtaposed 
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otic territory. In chick, otic territory is specified and develops 

adjacent to the rhombomeres 5 and 6 of the hindbrain, and it was 

postulated that the boundary between the two rhombomeres could 

impact on the putative boundary between anterior and posterior 

otic domains. In mouse mutant for kreisler, a gene transiently 

expressed in the r5 and r6 of the developing hindbrain, some 

anterior markers are expanded posteriorly (NeuroD, Lfng, Delta1), 

while the posterior marker Lmx1 was reduced (Vázquez-Echeverría 

et al., 2008), sugesting that r5 and r6 indeed play a role in the otic 

AP patterning in mouse.  

 

The posterior otic identity is thought to be carried by T-box 

transcription factor Tbx1, which thus would be an intrinsic factor 

that interpretes the positional AP patterning information from the 

external signals (reviewed in Abelló and Alsina, 2007, Whitfield and 

Hammond, 2007, Bok et al., 2007). To be considered as an 

intrinsic interpreter of AP information, and not only as a marker of 

the position within the vesicle, the deletion of the intrinsic factor 

should recapitulate the effects that external signals perturbation 

has on otic patterning (the def. taken from Whitfield and Hammond, 

2007). Indeed, in mouse Tbx1-/- mutant embryos expression of 

some anterior markers, such as Lfng and NeuroD, is expanded 

posteriorly, and consequently the SAG rudiment is duplicated 

(Vitelli et al., 2003, Raft et al., 2004, Arnold et al., 2006). Otx1, 

Otx2 and Gsc, all of them marking the posteroventral otic territory, 

are lost from these embryos (Vitelli et al., 2003, Raft et al., 2004). 

Moreover, overexpression of Tbx1 in mouse downregulates otic 

NeuroD expression (Raft et al., 2004), arguing against the idea that 

defects in Tbx1-/- mutants are outcome of a loss of the otic tissue, 

and that there is no real anteriorisation of the inner ear (Xu et al.,  
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2007). While  the roles of other posterior genes in regulating otic 

AP patterning need to be analysed, Tbx1 stands as a master 

candidate for this function, since its expression is the first obvious 

manifestation of this assymetry, and it starts before the expression 

of the other above mentioned posterior genes. 

 

Zebrafish offers more information about the possible roles of the 

hindbrain in the otic AP patterning than chick and mouse. Initially, 

zebrafish otic field is specified adjacent to the rhombomere 4 of the 

hindbrain, but later becomes positioned next to the rhombomere 5, 

with anterior and posterior poles being adjacent to the r4 and r6, 

respectively (Kimmel et al., 1995, Riley et al., 1997). In zebrafish 

mutants for vhnf1 (encodes for transcription factor expressed in r5 

and r6 of the hindbrain) and valentino (zebrafish homologue of 

mouse kreisler), anterior markers pax5, hmx3 and fgf8 are 

expanded posteriorly, while some posterior markers, such as 

follistatin and zp23 are missing (Kwak et al., 2002, Lecaudey et al., 

2007). In these mutants, rhombomeres 5 and 6 are misspecified 

and form a single rhombomere X with joint caracteristics of r4, r5 

and r6. Rhombomeric boundaries are absent posterior to r3/r4 

boundary, strongly claiming that correct caudal hidbrain patterning 

is crucial for establishment and/or maintenance of AP polarity in the 

inner ear. 

 

In addition to the hindbrain and periotic ectoderm, midline tissues 

(notochord and floorplate) influence otic AP patterning via 

Hedgehog (Hh) signaling. In chameleon (con) and slow muscle 

omitted (smu) mutants, in which Hh signaling is impaired, or in 
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embryos treated with cyclopamine A (a potent pharmacological 

inhibitor of the Hh pathway) posterior otic domain is lost, 

concomitant with the occasional duplication of the anterior otic 

structures (Hammond et al., 2003, Sapède and Pujades, 2010). 

 

2.1.2 Dorsoventral otic patterning 

 

The mature inner ear is also assymetric along its DV axis: 

vestibular structures, including semicircular canals and utricular 

pouch, are located dorsally to the saccule and auditory  organ of 

Corti/basillar papilla. The otic DV axis is influenced by hindbrain 

signals, as revealed from the analysis of hindbrain patterning 

mutants, such as kreisler and Hoxa1-/- (Choo et al., 2006, 

Pasqualetti et al., 2001). The role of hindbrain in the otic DV 

patterning can be explained by differential expression pattern of a 

set of signaling molecules along the DV hindbrain axis. These 

include Sonic hedhehog (Shh) signaling from the floor plate and 

members of the Wnt family expressed in the dorsal part of the 

hindbrain. Both gain- and loss of function studies confirmed the role 

of Shh in confering ventral otic identities in mouse, chick and 

zebrafish (Riccomagno et al., 2002, Riccomagno et al., 2005, Bok 

et al., 2005, Hammond et al., 2010), while gain- and loss- of Wnt 

signaling studies revealed its role in promoting the expression of 

the dorsal otic markers (Riccomagno et al., 2005). 

 

Among the intrinsic otic interpreters of the DV assymetry, Six1 

singled out as a main candidate for confering the ventral otic 

identity: dorsal otic markers are expanded ventrally in Six1 mutant 

mouse , while the expression of ventral markers is reduced or even  
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abolished (Ozaki et al., 2003, Zheng et al., 2003). On the contrary, 

several intrinsic factors redundantly regulate dorsal otic patterning: 

Dlx5-/-/Dlx6-/- double mice mutants lack dorsal vestibular structures 

(Robledo and Lufkin, 2006), previewed by the reduced expression 

of dorsal otic markers. 

 

2.1.3 Mediolateral otic patterning 

 

The otic placode/vesicle is positioned adjacent to the developing 

caudal hindbrain, and it is attractive to think that hindbrain derived 

signals specify medial identity within the inner ear. This can be 

achieved in two possible ways. In first, a diffusible molecule from 

the hindbrain would act as a morphogen with decreasing activity 

along the otic ML axis, thus assigning different identities to medial 

and lateral tissues or, alternatively, signals from hindbrain and 

tissues lateral to otic field may counteract to limit each other´s 

domains of activity along the otic ML axis. 

 

The role hindbrain plays in otic ML patterning was analysed using 

mouse mutant for retinoic acid (RA) synthesizing enzyme Raldh2. 

This mutant has impaired hindbrain segmentation, such that caudal 

hindbrain is shorter, Krox20 expression is detected only in a single 

domain corresponding to the r2-r3, while the expression of r5-r8 

markers, such as kreisler and Hox3/4 group of genes, is missing 

(Niederreither et al., 2000). The otic vesicle of Raldh2-/- mutant 

embryos is smaller and lateralized, as revealed by the expanded 

expression domain of the otic lateral marker Hmx3, while the 

expression of Pax2, a medial otic marker, is lost (Niederreither et 
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al., 2000). The observed phenotype could be explained by the  

disturbed, hindbrain derived, Fgf signaling, proposed to specify 

medial otic domain. For example, in kreisler mutants, in which the 

Fgf signaling is attenuated in the caudal hindbrain,  the medial otic 

expression of Gbx2 is completely abolished, while lateral marker 

Otx2 expanded medially (Choo et al., 2006). Consequently, 

endolymphatic duct is lost from these embryos, as it is the case for 

single Fgf3-/- mutants, pointing out to an important role of Fgf 

signaling in establishment of ML axis within the inner ear (Mansour 

et al., 1993, McKay et al., 1996, Choo et al., 2006). Here, one has 

to be careful, since Fgf ligands are also expressed in the otic 

epithelium, and the described phenotype could be an outcome of 

the abolished otic Fgfs exression. 

 

The intrinsic factors shown, by loss of function studies, to regulate 

the development of medial and lateral otic domains are Gbx2 and 

Otx1/Otx2, respectively (Morsli et al., 1999, Lin et al., 2005). 

 

In zebrafish, the first assymetrical expression of the otic genes 

appears along ML axis, and this includes the medial expression of 

delta and atoh1b genes at 14 hpf (Haddon et al., 1998, Millimaki et 

al., 2007). Soon after, the AP assymetry starts with the anterior 

expression of neurogenic markers hmx3 and neurog1 at 16 hpf 

(Adamska et al., 2000, Andermann et al., 2002), while the DV 

assymetry seems to be the last one to appear in the inner ear. 

 

When dealing with the otic axes, one has to bear two things in 

mind. First, otic axes do not correspond strictly to the vertebrate 

body axes, due to an angular displacement of the otic placode  
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relative to the body midline. However, to simplify the explanation of 

the results,  this will be ignored in the following Chapters. 

 

Second, the assymetries along the otic axes not always appear 

strictly along the only one axis, but instead the expression patterns 

are more complex and at the same time abutte different axes. In 

this sense, it would be more correct to say that neurogenic domain, 

for example, is established in anteromedial and not only in the 

anterior otic domain. This fact will not be ignored in the following 

Chapters, hoping not to contribute to potential confusions. 

 

3. Hes gene family 

 

3.1 Basic helix-loop-helix proteins 

 

The basic helix-loop-helix (bHLH) proteins form a group of more 

than 130 transcriptional regulators, found in organisms ranging 

from yeast to humans (reviewed in Atchley and Fitch, 1997, 

Massari and Murre, 2000). They play key roles in many 

developmental processes, including neurogenesis, somitogenesis, 

pancreatic development and sex determination, acting on cell 

proliferation, cell differentiation and lineage commitment. Highly 

conserved HLH domain contains mainly hidrophobic residues and 

allows these proteins to form homo- and/or heterodimers. The 

dimerization motif consists of around 50 amino acids and forms two 

amphipatic α-helices separated by a loop of variable length. The 

basic domain, rich in basic residues, permits dimers to bind to the 
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conserved DNA hexanucleotide sequence CANNTG, called the E-

box, found in the regulatory regions of the target genes (Fig. 6). 

 

Based on the structure and DNA binding properties, bHLH proteins 

are further classified into several groups (Murre et al., 1994, 

Atchley and Fitch 1997, Fisher and Caudy, 1998, Kageyama et al., 

2007). Briefly, transcriptional activators such as MyoD and Mash1 

bind preferentially to the class A site (CANCTG), while bHLH-

leucine zipper type proteins such as Myc and Max, bind to class B 

site (CANGTG). Class A and B sites both belong to E-box 

sequences (reviewed in Massari and Murre, 2000, Bertrand et al., 

2002). 

 

Figure 6. bHLH proteins: mode of action. 
(A) Schematic representation of the structure of a bHLH dimer that is 
complexed to the DNA domain. (B) Proneural bHLH transription factors 
bind to the E-box DNA sequence and activate the transcription of the 
downstream gene. Modified from Bertrand et al., 2002 
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3.2 bHLH transcriptional repressors 

 

3.2.1 bHLH repressors: the structure and mode of ac tion 

 

One class of bHLH proteins is not able to bind to the E-box, but 

instead binds to the N-box sequence (CACNAG) or class C site 

CACG(C/A)G. These bHLH genes encode nuclear proteins that act 

as transcriptional repressors, rather than as transcriptional 

activators. They belong to the family of Drosophila hairy and 

Enhancer of split (E(spl)) genes and their homologues. In 

Drosophila melanogaster, there is only one hairy gene and seven 

Enhancer of splits (Fischer and Gessler, 2007). In these proteins, 

the bHLH domain is followed by two additional α-helical stretches, 

called the Orange domain (Fig. 7A). This domain serves for the 

regulation of the selection of the partner for dimerization, and it acts 

as a repressor when fused to DNA binding domain (Dawson et al., 

1995, Taelman et al., 2004, Kageyama et al., 2007). 

 

The specificity to bind to the N box or class C sequence is thought 

to arise from the presence of proline residue within the basic 

domain of these proteins. The acquisiton of proline in this domain 

led to the loss of the specificity for the binding to the E-box (Davis 

et al., 1990). Another conserved feature of this bHLH subfamily is 

the presence of C-terminal WRPW tetrapeptide (Trp-Arg-Pro-Trp), 

able to recruit the co-repressor Groucho (Fisher and Caudy, 1998), 

leading to the repression of the transcription (Fig. 7B). 
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Figure 7. bHLH repressors: structure and mode of ac tion. 
(A) Schematic representation of the bHLH repressor proteins, showing the 
conserved bHLH (blue, purple), Orange (orange) and WRPW (pink) 
domains. (B) Active repression by bHLH proteins assumes recruitment of 
corepressor upon homo- or heterodimer binding to the N-box or class C 
site sequence in the regulatory region of the downstream gene. (C) 
Passive repression by Hes proteins occurs through the formation of 
inactive heterodimers with proneural bHLH activators or their 
heterodimeric partners, such as E47. (D) Proneural Mash1 protein 
activates the transcription of downstream gene by binding to the E-box, 
upon heterodimerization with E47. Modified from Kageyama et al., 2007. 
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In Drosophila, Enhancer of split genes are activated by Notch, and 

together with hairy negatively regulate neuronal differentiation by  

inhibiting proneural bHLH activators like Atonal, Daughterless and 

those of Achaete-Scute complex (Ohsako et al., 1994, Van Doren 

et al., 1994). Notch-independent hairy represses proneural function 

in the Drosophila ectoderm, acting as a prepatterning gene to 

promote a nonneural fate over a large territory, whereas the 

inhibition of proneural function by Enhancer of split [E(spl)] 

regulates the number of neuronal precursors in the neuroectoderm 

(Campos-Ortega and Jan, 1991, Campos-Ortega, 1993). 

 

Hes/her genes are mammalian/zebrafish homologues of 

Drosophila genes hairy and E(spl). There are 7 members of the 

family in mammals (with only Hes1 being Hairy-like, while other 

members are E(spl)-like) and at least 15 members in fish (Fig. 8) 

(Akazawa et al., 1992, Sasai et al., 1992, Ishibashi et al., 1993, 

Pissarra et al., 2000, Bessho et al., 2001, Sieger et al., 2004, 

Gajewski et al., 2006, Kageyama et al., 2007). They share the 

same basic structure with Drosophila's homologues, having 

conserved bHLH, Orange and WRPW domains. Another group of 

Hes-related genes are found in vertebrates. These are named Hey 

genes, and their protein products differ from HES/Her in two 

aspects: a glycine residue instead of the proline in the basic 

domain, and a YRPW motif instead of the WRPW. In addition, they 

have another conserved carboxy-terminal motif, TE(V/I)GAF, which 

is absent in HES proteins (reviewed in Iso et al., 2003). There are 3 

Hey genes in both mammals and zebrafish. 
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Figure 8. Phylogram of the different teleost Hairy and  Enhancer of 
Split proteins and Drosophila's hairy. 
Dm, Drosophila melanogaster, Dr, Danio rerio, Fr, Takifugu rubripes. The 
different grey shadings reflect the extent of similarity to the respective 
mouse Hes proteins, with dark grey being the highest similarity and white 
being the lowest. Taken from Sieger et al., 2004. 
 
 All Hes and Hey genes studied so far were shown to act as 

repressors, except Hes6, which was shown to inhibit the repressor  

activity of other HES proteins, by forming nonfunctional 

heterodimers with them (Sasai et al., 1992, Bae et al., 2000, 
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Koyano-Nakagawa et al., 2000, Gratton et al., 2003). Hes factors 

repress transcription by two different mechanisms: actively and 

passively (Fig. 7B,C) (Sasai et al., 1992, Kageyama et al., 2007). 

Active repression assumes that upon binding to the N-box or class 

C sequence, the WRPW domain of the bHLH factor interacts with 

corepressors encoded by Transducin-like E (spl) (TLE) 

genes/Groucho-related gene (Grg), which are homologues of 

Drosopila's Groucho, known to repress transcription by recruiting 

histone deacetylases, that inactivate chromatin (Fisher et al., 

1996,Grbavec and Stifani, 1996, Grbavec et al., 1998, McLarren et 

al.,, 2001, Nuthall et al., 2002). 

 

Passive repression is possible because repressor bHLH proteins 

can form heterodimers with proneural bHLH activators, being these 

dimers unable to bind to the E-box (Fig. 7D) (Sasai et al., 1992, 

Akazawa et al., 1992). 

 

3.2.2 Hes roles and targets 

 

Hes/Hey proteins play multiple roles in diverse developmental 

processes, such as somitogenesis, hematopoiesis and pancreatic 

development (reviewed in Massari and Murre 2000, Iso et al., 

2003, Fischer and Gessler, 2007, Kageyama et al., 2007), but their 

role in neural development is one of the best understood. Basically, 

their function was associated with the Notch signaling to regulate 

binary cell fate decisions and maintenance of progenitor cells. 

Mouse mutants for Hes1 gene have severely disrupted brain 

development and eye anomalies, due to the premature neuronal 
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differentiation in these organs (Ishibashi et al., 1995, Tomita et al., 

1996, Hatekayama et al., 2004). During neural development, 

neuroepithelial cells, which form the neural plate, will become radial 

glial cells, which will divide assymetrically to give rise to another 

radial glial cell and a neuron or neuronal precursor (reviewed in 

Fishell and Kriegstein, 2003, Götz and Huttner, 2005, Kageyama et 

al., 2007). The maintenance of radial glial cells during a prolonged 

period of time is important, since from these cells different types of 

neurons will be born at different times. Both neuroepithelial and 

radial glial cells are considered to be embryonic neural stem cells, 

and express Hes genes (Hatakeyama et al., 2004). Ectopic 

overexpression of Hes1 or Hes5 inhibits neuronal differentiation 

and maintains the radial glial cell identity (Ishibashi et al., 1994, 

Ohtsuka et al., 2001). Vice versa, these neural stem cells 

prematurely differentiate into early born neurons in double 

Hes1/Hes5 and triple Hes1/Hes3/Hes5 mutant mice (Ohtsuka et 

al., 1999, Ohtsuka et al., 2001, Hatakeyama et al., 2004).  

 

The central nervous system (CNS) is organized in compartments 

separated by boundaries, which are the places of restricted cell 

mixing and delayed or absent neurogenesis. Hes genes are 

expressed in both compartments and boundaries, but specifically it 

was shown that Hes1 levels are higher in boundaries (Baek et al., 

2006). In the absence of Hes1 and Hes3 genes in mouse, or 

her3/5/9/11 in zebrafish, proneural genes are prematurely 

expressed in the midbrain/hindbrain boundary (Hirata et al., 2001, 

Geling et al., 2003, Geling et al., 2004, Ninkovic et al., 2005, Baek 

et al., 2006), arguing for the idea that the function of the Hes genes  

is  important for the maintenance of this nonneurogenic organizer 

(Fig. 9). 
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Figure 9. The differential roles of different Hes/her genes in the 
nonneurogenic boundaries and neurogenic compartment s of the 
CNS are conserved in mouse and zebrafish. 
High Hes1 levels, in mouse, or combined expression of several her genes 
in zebrafih midbrain/hindbrain boundary define a slow dividing progenitor 
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cells, with repressed proneural gene expression. Low Hes1 levels (in 
mouse) and Her4 (in zebrafish) within the neurogenic CNS compartments 
mediate selection of proneural progenitors by the lateral inhibition 
mechanism. Taken from Stigloher et al., 2008. 
 

Targets of Hes proteins include Mash1, Math1 and E47, all of them 

being bHLH activators, homologous to the Drosophila's proteins 

encoded by achaete-scute complex, atonal and daughterless, 

respectively (Johnson et al., 1990, Sasai et al., 1992, Ishibashi et 

al., 1994, Akazawa et al., 1995). Mash1 forms heterodimers with 

E47 and activates neuronal-specific gene expression by binding to 

the E-box, thus it positively regulates neuronal differentiation 

(Johnson et al., 1992). HES proteins repress Mash1 through the 

active mechanism, by binding to the N-box sequence in Mash1 

promoter (Sasai et al., 1992), but also can passively inhibit the 

transcription from the E-boxes by forming heterodimers with E47 

(Sasai et al., 1992, Akazawa et al., 1992). Direct suppresion of 

human achaete-scute homolog-1 (hASH1) by Hes1 was found in 

lung cancer cell line, and this repression goes through the binding 

to the class C site in hASH1 promoter (Chen et al., 1997). In 

conclusion, Hes genes regulate the maintenance of stem cell and 

progenitors, and thus regulate the timing of differentiation by 

antagonizing the effects of proneural bHLH activators. In addition to 

the role in neuronal development, Notch-Hes pathway also 

regulates the maintenance of stem cells and progenitors in 

digestive organs, such as pancreas. In developing pancreas, Hes1 

represses Ngn3 (homolog of Drosophila's atonal) and Ptf1a, genes 

that promote the differentiation of the endocrine and exocrine 

pancreatic cells (Jensen et al., 2000, Esni et al., 2004). 
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Hes proteins appear to have two other main characteristics: first 

they have short half-lives, and second it was shown that Hes1 and 

Hes7 negatively regulate their own expression by binding to the N-

box within their own regulatory sequences (Takebayashi et al., 

1994, Hirata et al., 2002, Zeiser et al., 2008). This is the molecular 

basis of the periodical appearance of the somites during 

somitogenesis. Each pair of somites appears with a regular 

periodicity, and this time period correlates with the oscillatory 

expression of Hes1 and Hes7 in mouse, Hairy1 (chick homolog of 

Hes1) and her4 and her6 genes in zebrafish (Palmeirim et al., 

1997, Hirata et al., 2002, Pasini et al., 2004, Masamizu et al.,2006)  

making them molecular determinants of this biological clock. 

 

Oscillatory expression of Hes1 was also discovered in pluripotent 

embryonic stem cells (Kobayashi et al., 2009, Kobayasi and 

Kageyama, 2010). These cells can give rise to a different types of 

differentiated cells, the mechanism in part being is controlled by 

Hes1. Oscillatory expression of Hes1 means that some cells within 

the same group will have low Hes1 levels, while others will have 

high Hes1 levels. Those cells expressing low levels of Hes1 tend to 

differentiate into neural cells, while the cells expressing high levels 

of Hes1 tend to increase the expression of the mesodermal marker 

Brachyury (Kobayashi et al., 2009). 

 

Different levels of Hes1 within the single cell can determine which 

fate cell will adopt, as described above, but also this can be a main 

factor in regulating cell proliferation versus cell differentiation 

decision. Low levels of Hes1  were shown to promote cell 
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proliferation through the downregulation of cell cycle inhibitor 

p27Kip1 (Murata et al., 2005, Murata et al., 2009), while high levels 

of Hes1 inhibit cell cycle progression probably through the 

regulation of other cell cycle regulators, such as E2F-1 (Hartman et 

al., 2004, Baek et al., 2006). 

 

3.2.3 Regulators of Hes/her genes 

 

The classical view of Hes genes as targets of Notch signaling  

(Jarriault et al., 1995., Schroeter et al., 1998, Struhl and Adachi, 

1998, Artavanis-Tsakonas et al., 1999, Yoon and Gaiano, 2005) 

does not stand anymore for all the members of the Hes family. 

Hes2, Hes3 and Hes6 were found to be Notch-independent 

(Nishimura et al., 1998, Koyano-Nakagawa, 2000). Moreover, Hes1 

can respond to Sonic hedgehog, in addition to the Notch signaling 

(Ingram et al., 2008). In the chick retina, Hairy1 depends on Wnt 

signaling, while in zebrafish floor plate and interproneuronal stripes 

within the developing neural plate, her9 (zabrafish orthologue of 

Hes1) is regulated by Nodal and BMP signaling, respectively (Bae 

et al., 2005, Latimer et al., 2005, Kubo and Nakagawa, 2009). In 

conclusion, it seems that Hes genes can change the competence 

to respond to different signals during time, or alternatively they can 

respond to different signals depending on the tissue where they are 

expressed. 
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3.3 Hes genes in the inner ear development 

 

Several Hes genes are expressed within the developing inner ear. 

In the early chick otic cup, Hes5 and Hairy1 (chick ortholog of 

mouse Hes1) are expressed in the neurogenic and nonneurogenic 

regions, respectively (Abelló et al., 2007). The expression of Hes5 

is complementary and mosaic to that of Notch ligand Delta1, 

suggesting a role of Hes5 in selection of the neuronal precursors 

within the neurogenic domain by the lateral inhibition mechanism. 

Later on, the expression of both Hes5 and Hes1 is detected in the 

supporting cells of the sensory epithelia (Shailam et al., 1999, 

Lanford et al., 2000, Zheng et al., 2000, Zine et al., 2001, Hartman 

et al., 2009), while Hes6 is coexpressed with Math1 in developing 

hair cells of the cochlea and vestibular sensory organs (Qian et al., 

2006). The function of all three genes in the inner ear hair cell 

formation was investigated, and both Hes1 and Hes5 were shown 

to be negative regulators of inner ear hair cell differentiation. 

Mouse mutants for Hes1 or Hes5 have increased hair cell number 

in developing cochlea and vestibular epithelia of the saccule and 

utricle, as confirmed by the increased and ectopic expression of 

Math1, a hair cell marker (Zheng et al., 2000, Zine et al., 2001, 

Zine et al., 2002, Li et al., 2008, Tateya et al., 2011). This 

phenotype resembles that of the loss of Notch function, suggesting 

that during sensory development both genes are regulated by 

Notch signaling (Lanford et al., 1999, Lanford et al., 2000, Kiernan 

et al., 2001). Establishment and maintenance of both genes is 

Notch-dependent, during both otic neurogenesis and hair cell 

differentiation stages (Abelló et al., 2007). 
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Recently, it was reported that Hes1 has an additional role in the 

development of the organ of Corti, before the process of cellular 

differentiation starts there. A cell cycle inhibitor p27Kip1 demarcate 

the prosensory region in developing cochlear primordium, which 

consists of the sensory progenitors that have completed their 

terminal mitosis. Its expression is upregulated in Hes1-/- mice 

(Murata et al., 2009), suggesting that Hes1 regulates correct 

proliferation of the sensory precursors before the overall onset of 

hair cell differentiation. 

 

However, the role of Hes genes in otic neuronal development was 

not investigated so far, although increased neuronal number in 

embryos with impaired Notch signaling (Haddon et al., 1998, Abelló 

et al., 2007, Raft et al., 2007) indicates that Hes genes may 

repress neurogenesis in the inner ear. So far, the only gene 

discovered to repress the otic neurogenesis belongs to another 

family of genes, and is called Tbx1. 

 

4. Tbx1 transcription factor 

 

Tbx1 belongs to the T-box family of genes, found in the genomes 

ranging form nematodes to humans. The name of the family came 

from the member called Brachyury or T (tailless), whose 

haploinsufficiency in mouse and zebrafish affects, among other 

features, the elongation of the tail (Herrmann et al., 1990, 

Wilkinson et al., 1990, Schulte-Merker et al., 1994). These genes 

encode transription factors, that range in size from 50 kDa to 78 

kDa, and are characterized by the presence of the conserved DNA  
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binding domain, called the T-box (Fig. 10). The T-box is defined as 

the minimal region within the T-box protein that is both necessary 

and sufficient for sequence-specific DNA binding. Despite the 

sequence variations within the T-box between different family 

members, it seems that all T-box proteins can bind to the 

consensus DNA sequence TCACACCT (reviewed in Wilson and 

Conlon, 2002).  

 

 
Figure 10. Schematic representation of T-box transc ription factors. 
T-box proteins have conserved DNA-binding domain (yellow), in addition 
to the nuclear localization signal (red) and transcriptional 
acitvation/repression domain (green). Modified from Wilson and Conlon, 
2002. 
 

T-box genes are implicated in a number of developmental 

processes, including cardiogenesis, hematopoiesis, limb outgrowth 

and patterning, pituitary gland development and others, acting 

either as transcriptional activators or repressors (reviewed in Tada 

and Smith, 2001, Wilson and Conlon, 2002, Ryan and Chin, 2003, 

Kiefer, 2004, Naiche et al., 2005). Mutations in these genes lead to 

the severe developmental abnormalities in all species tested so far, 

including humans. For example, human Holt-Oram syndrome is a 

developmental disorder associated with haploinsufficiency of TBX5, 

while human ulnar-mammary syndrome, caused by the  
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haploinsufficiency of TBX3 includes defects in limb, tooth and 

genital development (Li et al., 1997, Bamshad et al., 1997).  

 

Another human syndrome, the DiGeorge syndrome, was 

associated with the mutation in TBX1 gene. Patients having 

chromosomal 22q11 deletion (chromosome 22) develop DiGeorge 

syndrome, velocardiofacial syndrome or conotruncal anomaly face, 

all of them including endocrine, immunological, craniofacial and 

cardiac anomalies (reviewed in Scambler, 2000). This deletion 

includes around 30 genes, and the experiments carried out in 

mouse showed that one of the main candidates for the most of the 

abnormalities seen in DiGeorge syndrome is TBX1 (Merscher et 

al., 2001, Jerome and Papaioannou, 2001, Lindsay et al., 2001). 

 

Part of the spectrum of craniofacial defects seen in DiGeorge 

syndrome includes external, middle and inner ear abnormalities 

(Ford et al., 2000). Hearing impairment occurs in more than 50% of 

DiGeorge/velocardiofacial cases, and from these around 10% is of 

sensorineural type (Digilio et al., 1999, Reyes et al., 1999). In 

mouse and chick, Tbx1 is expressed early in developing otocyst, 

complementary to the neurogenic domain, and in the periotic 

mesenchyme (Vitelli et al., 2003, Abelló et al., 2010). In addition to 

the defects in external and middle ear development, Tbx1-/- mouse 

mutants have small otic vesicles, with impaired morphogenesis, 

such that cochlea and semicircular canals, as well as their 

associated sensory epithelia, do not form (Whitfield et al., 1996, 

Piotrowski and Nusslein-Volhard, 2000, Vitelli et al., 2003, Raft et 

al., 2004, Arnold et al., 2006). Gain- and loss of function studies,  
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performed in mouse, have shown that Tbx1 negatively regulates 

otic neurogenesis, through the suppression of proneural Ngn1 and 

NeuroD genes (Raft et al., 2004, Xu et al., 2007), and subsequently 

the development of the SAG is affected. 

 

Despite the importance Tbx1 has in the ear development, the 

regulators of its expression within the otic epithelium, as well as the 

genetic framework in which Tbx1 operates, are poorly understood. 

Retinoic acid singled out as a candidate for regulating otic Tbx1 

expression in the avian embryos, where the implantation of the RA-

coated beads within the otic vesicle abolished the Tbx1 expression 

(Roberts et al., 2005). Similarly, tbx1 expression is lost from the 

pharyngeal arches when zebrafish embryos were treated with 

exogenous RA (Zhang et al., 2006), altogether suggesting an 

inhibitory influence of RA over Tbx1. 

 

5. Retinoic acid  

5.1 Retinoic acid signaling pathway 

 

Retinoic acid, a derivative of vitamin A (see BOX II), is a signaling 

molecule that has received much scientific attention during the last 

century. Studies performed in a wide variety of vertebrate models 

revealed that vitamin A deficiency during embryonic development 

results in complex congenital malformations, affecting nervous 

system, vision, fertility, limb development and other organs. 

(reviewed in Maden, 2002, Maden, 2007, Niederreither and Dollé, 

2008). Developmental roles of retinoic acid are many, but essential 

ones are associated with the early axial patterning, the regional 
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patterning of the central nervous system and the regulation of the 

neurogenesis. 

BOX II: Retinoic acid signaling pathway 
 
Retinoic acid is metabolic derivative of vitamin A (retinol).  Animals cannot 
synthesize vitamin A, thus they must extract it from their diet in form of 
carotenoids, of plant origin, or retinyl esters, of animal origin. These 
dietary components are stored as retinyl esters mainly in liver, but also in 
lung, kidney and bone marrow. The canonical RA synthesis is nicely 
reviewed in Maden, 2007 and Niederreither and Dollé, 2008. The final 
step in RA production, the oxidation of retinaldehyde into RA, is carried 
out by three retinaldehyde dehydrogenases (RALDH1, RALDH2 and 
RALDH3, called also Aldh1a1-3), being Aldh1a2 the enzyme responsible 
for the majority of RA production in the early embryo (Niederreither et al., 
1999, Niederreither et al., 2000). 
Newly synthesized retinoic acid binds to the cellular retinoic acid binding 
proteins (CRABPs), and enters the nucleus, where it binds to a 
transcription complex, that includes a pair of ligand-inducible 
transcriptional activators comprising RA receptor (RAR)-retinoic X 
receptor (RXR) heterodimer. In mammals there are three RARs (RARα, 
RARβ and RARγ) and three RXRs (RXRα, RXRβ and RXRγ) Without 
ligand, the heterodimer, with recruited corepressors, is constitutively 
bound to a DNA sequence called retinoic acid-response element (RARE) 
and represses the transcription of the target genes. Upon ligand binding, 
RARs suffer conformational change, which leads to the release of the 
corepressors and enables recruitment of coactivators. More than 500 
genes were described to be RA-responsive, but only around 25 were 
undoubtly shown to have RARE elements in their promoters (Balmer and 
Blomhoff, 2002). Once all-trans RA has activated the RARs, it exits the 
nucleus and is catabolized in cytoplasm into more polar derivatives (4-
OH-RA and 4-oxo-RA) by CYP26 class of Cytochrome P450 enzymes 
(CYP26A1, B1 and C1) (White et al., 1996, MacLean et al., 2001, 
Tahayoto et al., 2003).  
RA is also able to act in paracrine manner, but the mechanism of its 
transport to the neighbouring cells is not clear (Molotkov et al., 2006). 
Endogenous RA levels can be manipulated either dietarily, 
pharmacologically or genetically. DEAB (4-(diethylamino)-benzaldehyde) 
and citral are pharmacological inhibitors of retinaldehyde dehydrogenases 
(Russo et al., 1988, Kikonyogo et al., 1999) and their application 
abolishes RA synthesis. R115866 is chemical inhibitor of Cyp26 enzymes, 
and its application increases the endogenous levels of RA (Stoppie et al., 
2000). BMS493 and AGN193109 are pan-RAR synthetic retinoid 
antagonist (Johnson et al., 1999, Dupé and Lumsden, 2001), while RARa 
receptor can be specifically blocked by Ro 41-5253 (Apfel et al., 1992). 
All-trans-RA is also commercially available  
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Figure BOX II. Retinoic acid signaling pathway. Taken from Maden, 
2007. 
 

 

5.2 The role of retinoic acid in the anteroposterior 

patterning of the nervous system 

 

During the anteroposterior axial patterning of the vertebrate 

embryo, retinoic acid acts to promote posterior and suppress 

anterior fates (Durston et al., 1989, Conlon, 1995, Maden et al., 

1996, Blumberg et al., 1997, Kudoh et al., 2002, Linville et al., 
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2004, Linville et al., 2009). Depletion of RA signaling either 

dietarily, pharmacologically or genetically, leads to the expansion of 

the anterior hindbrain at the expense of the posterior hindbrain 

(Niederreither et al., 1999, Gale et al., 1999, White et al., 2000, 

Dupé and Lumsden, 2001, Grandel et al., 2002, Maves and 

Kimmel, 2005). In amniote embryos, complete absence of RA 

results in complete loss of r5-r7 of the hindbrain, accompanied by 

an expansion of r3-r4. Surprisingly, in zebrafish mutant for 

Aldh1a2, the enzyme thought to be the major producer of RA in 

embryos, the anteriorization of the hindbrain is less pronounced 

(Begemann et al., 2001, Grandel et al., 2002), suggesting the 

existence of additional RA producer in zebrafish embryos. Indeed, 

the complete pharmacological blockade of RA signaling in 

zebrafish embryos recapitulates the defects described for 

amniotes: r5-7 are lost, and rhombomeres 3 and 4 are expanded 

posteriorly (Grandel et al., 2002,  Maves and Kimmel, 2005). 

Conversely, treatments of embryos with excess of RA posteriorizes 

anterior hindbrain, such that r2-r3 changes to r4-r5 identity, and in 

more severe cases forebrain and eyes are missing  (Sive et al., 

1990, Marshall et al., 1992, Kudoh et al., 2002).   

 

The effects of RA on the hindbrain patterning are mediated by the 

Hox genes. The Hox genes contain a conserved homeobox that 

encodes a DNA binding homeodomain within the protein, and 

these transcription factors are molecular interpreters of the 

positional identity of embryonic tissues (reviewed in Marshall et al., 

1996, Trainor and Krumlauf, 2001, Alexander et al., 2009). 

Specifically, it was proposed that RA, synthesized in paraxial 

mesoderm, diffuse to the neural tube where it acts as a 

morphogen, with decreasing concentration from posterior to  
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anterior (Fig. 11A). Hox-1 family of genes is more sensitive,than 

Hox-4 family to the RA signaling and, thus, is expressed in the 

anterior hindbran where the levels of RA are lower, while Hox-4 

genes are expressed in the posterior hindbrain (Simeone et al., 

1995, Dupé and Lumsden, 2001, Maves and Kimmel, 2005). In this 

way, retinoic acid gradient is differently interpreted and enables 

anteroposterior patterning of the embryonic neural tube.  

 

However, the existence of such a gradient was only recently 

proved to exist, and it can be visualized using transgenic zebrafish 

line that reports yellow fluorescet protein under the promoter of 

RARE element (White et al., 2007). The gradient of RA activity is 

thought to be established by the combined action of Aldh1as and 

Cyp26s enzymes, involved in RA synthesis and metabolism, 

respectively (McCaffery et al., 1999, Blentic et al., 2003, Reijntjes 

et al., 2004, White et al., 2007, White and Schilling, 2008). 

 

5.3 The role of retinoic acid in neuronal 

differentiation 

 

In cultured embryonic stem cells, carcinoma or neuroblastoma 

cells, addition of exogenous RA increases the proportion of 

neuronal and glial cell types (Jones-Villeneuve et al., 1982, Sidell 

et al., 1983, Andrews, 1984, Stavridis et al., 2010). This fact can be 

used to guide stem cells to differentiate to a specific cell type, and 

potentially can be used to replace lost neurons in vivo. Some 

advances are already made in this direction, in experiments in 

which neurons, obtained from cell cultures treated with different 
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Figure 11. Different roles of RA during the AP patt erning of the 
hindbrain and in neuronal differentiation. 
(A) A gradient of RA activity is established by the joint action of RA 
synthesis and degradation enzymes. In the developing hindbrain, the 
gradient decreases from posterior to anterior, suggesting that RA acts as 
a morphogen to assign different identites depending on its concentration. 
(B) During primary neurogenesis in Xenopus, excess RA induces 
neuronal differentiation, while reduced RA signaling has the opposite 
effect. M, motor neurons, I, interneurons, S, sensory neurons. Modified 
from Maden, 2007. 
 
combinations of RA and growth factors or neurotrophins, were 

transplanted to a specific zones of the rat brain, and survived there 

(Maden, 2007 and references therein). 
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In vivo, RA was shown to have a role in regulating differentiation of 

primary neurons in Xenopus (Fig. 11B) (Sharpe and Goldstone, 

1997, Franco et al., 1999), branchiomotor neurons in zebrafish 

(Linville et al., 2004) and specific subtypes of motor neurons in 

chick caudal hindbrain and spinal cord (Sockanathan and Jessel, 

1998, Guidato et al., 2003, Novitch et al., 2003, Wilson et al., 

2004). This control is achieved through the regulation of expression 

of markers for specific neuronal subtypes, such as Lim1, Isl2  

Nkx6.1, Pax6, Irx3, Dbx1 and Dbx2.  

 

Thus, RA affects CNS neurogenesis by regulating the patterning of 

the neural tube and differentiation of specific neuronal subtypes. 

 

5.4 The roles of retinoic acid during the inner ear 

development 

 

5.4.1 The role of retinoic acid in otic induction 

 

Retinoic acid signaling affects otocyst induction/formation, inner ear 

patterning/morphogenesis and cell fate specification/differentiation, 

acting thus on multiple points during otic development. Since 

changes in endogenous RA levels affect hindbrain patterning, and 

hindbrain signals are known to regulate many aspects of the otic 

development (Gavalas and Krumlauf, 2000, Romand, 2003, 

Romand, 2006), the effects of perturbed RA signaling on inner ear 

development are mostly considered as secondary consequences of 

the hindbrain misspatterning. Specifically, reduced RA levels in 

quail and rat, or increased RA levels in zebrafish, result in 
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supernumerary or enlarged otic vesicles, and this correlates with 

the caudal expansion of hindbrain FGF3 (and fgf8 in zebrafish) 

expression (White et al., 2000, Phillips et al., 2001, Kil et al., 2005). 

Members of the Fgf signaling pathway are the primary factors 

involved in the otic induction. In mouse, hindbrain Fgf3 and 

mesodermal Fgf10 act as redundant signals during the otic 

induction (Mansour et al., 1993, McKay et al., 1996, Mahmood et 

al., 1995, Alvarez et al., 2003), while in avian embryos this function 

is performed by Fgf3, Fgf8 and Fgf19 (Represa et al., 1991. 

Mahmood et al., 1995, Ladher et al., 2000, Vendrell et al., 2000, 

Ladher et al., 2005, Martin and Groves, 2006). Hindbrain derived 

Fgf3 and Fgf8 act redundantly to specify otic field in zebrafish 

(Phillips et al., 2001, Maroon et al., 2002, Léger and Brand, 2002, 

Liu et al., 2003, Phillips et al., 2004). Blockade of RA in zebrafish 

leads to the smaller otic vesicles, and this correlates with reduced 

(although expanded) fgf3 expression in the r4 primordium of the 

hindbrain at the stages of the otic placode induction (Hans and 

Westerfield, 2007). 

 

However, in zebrafish embryos treated with FGF inhibitor, the otic 

competence factor Foxi1 was able to induce Pax8, an early marker 

of otic primordium, suggesting that factors other than Fgfs may also 

regulate the otic induction (Solomon et al., 2004). Moreover, 

enlarged otic vesicles are seen in zebrafish embryos treated with 

low dosis of RA that does not significantly alter embryonic 

anteroposterior patterning (neither the FGF signaling within the 

neural tube), and this effect goes through the RA-dependent 

ectopic activation of Foxi1 (Hans and Westerfield, 2007). 
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5.4.2 The role of retinoic acid in otic patterning 

 

The role of RA signaling in regional patterning of the otic vesicle 

was investigated in chick embryos treated with exogenous RA 

(Choo et al., 1998) and in mouse mutants for RA synthesizing 

enzyme RALDH2 (Niederreither et al., 2000). Experiments in which 

avian embryos were treated with increasing concentrations of RA, 

by bead implantation (Choo et al., 1998), revealed that dorsal ear 

structures (such as semicircular canals) are more sensitive to lower 

RA concentrations  than ventral ear structures (e.g. basillar papilla). 

These experiments elegantly demonstrated that exogenous retinoic 

acid can regulate otic patterning autonomously (independently of 

RA  influence on hindbrain), the molecular targets responsible for 

the phenotype remaining unknown. 

 

The role of RA in mediolateral otic patterning, deduced from the 

analysis of the Raldh2 mouse mutants, is desribed in details in the 

part 2.1.3 of the Introduction Chapter. 

 

5.4.3 The role of retinoic acid in cell fate specif ication 

 

Almost all experiments done so far to address the role of RA in otic 

cell fate specification/differentiation were done in cell or otic explant 

cultures. It was observed that chick otic explants, incubated with 

RA, tend to enter into differentiation earlier than the control 

explants. Thus, it was proposed that this happens due to the RA 

dependent inhibition of cell proliferation (Sidell et al., 1983, 

Represa et al., 1990). 
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Exogenous RA promoted the regeneration of the sensory hair cells 

in the cultured mammalian organ of Corti, after they were damaged 

by ototoxin application. However, direct transformation of 

supporting cell into hair cell type was excluded as a possible 

mechanism of the hair cell reappearance, since the regeneration 

was conditioned by the intact cell division process (Lefebvre et al., 

1993). Moreover, when the otic explants were treated with RA 

without previous ototoxin application, no new extra hair cell 

appeared in the cultured organ of Corti, suggesting that 

transdifferentiation of the supporting cells into hair cell type indeed 

does not occur under these conditions. However, these 

experiments were done much after the onset of the overall cell 

differentiation processes within the organ of Corti, and the possible 

role of supporting cells as a stem cells for the hair cell type could 

not be truly deduced.  

 

When organ of Corti explants were treated with RA before the 

onset of overall cellular differentiation, supernumerary hair cells 

appeared in distinct patches within the sensory epithelia (Kelley et 

al., 1993). However, mosaic arrangement of hair cells and 

supporting cells was not changed in these expanded sensory 

domains, raising the question of the possible role of RA in 

prosensory specification, rather than in supporting cell 

respecification, at least concerning the auditory sensory epithelium. 

Conversely, the blockade of RA signaling using citral or synthetic 

RARα antagonist Ro 41-5253, led to the decrease in hair cell 

number in the cultured organ of Corti (Raz and Kelley, 1999). 

Blockade of RARα receptor alone did not change the length of the 

sensory epithelia, but hair cell density within the epithelia 
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decreased, and cells were disorganized and malformed. This 

suggests that RARα receptor affects hair cell 

differentiation/survival, rather than specification of the prosensory 

epithelia. Instead, when RA synthesis was blocked completely by 

citral, sensory epithelia shortened, hair cell number and density 

within the epithelia decreased even more, suggesting that RA 

might act to specify the size of the prosensory domain. 

 

The role of RA in differentiation of the otic neurons was also 

investigated (Martinez-Monedero et al., 2008). Inner ear stem cells 

can be isolated from the vestibular organs of the inner ear, organ of 

Corti or spiral (cochlear) ganglion. When isolated from utricle, these 

stem cells express Sox2, and after 10 days in culture start 

expressing neuronal markers, such as TuJ (b-III tubulin), glial 

markers (such as GFAP) or hair cell markers (Math1, MyoVIIa). 

The percentage of neurons obtained from these stem cells 

increased if they were cultured with RA, but also the percentage of 

hair cells and glial cells, without changing the total number of stem 

cells, suggesting that function of RA would be a general stimulation 

of cell differentiation. The completely differentiated neurons 

obtained under these conditions had character of sensory neurons, 

as confirmed by marker expression and physiological analysis. 
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The role of proneural genes in driving otic neurogenesis was 

previously investigated by numerous groups, including our. 

Extrinsic signals, providing initial establishment of the neurogenic 

domain in the anteromedial part of the otic placode, include 

different members of the FGF family of secreted molecules and Hh 

signaling pathway. In the complementary posterolateral region, a 

number of transcription factors is expressed. The potential role of 

any of these factors in the spatial regulation of the otic 

neurogenesis was, so far, assessed only for the mouse Tbx1 

transcription factor. However, the role of other posterolateral 

genes, as well as the extrinsic regulators of their otic establishment 

have not been fully investigated. 

 

Using zebrafish as a model system for the vertebrate inner ear 

development, the aims of this thesis are: 

 

1. To search for the genes expressed in the posterolateral, 

nonneurogenic otic domain. 

 

2. To investigate the role of one such factor, Her9, in the 

regulation of the otic neurogenesis. 

 

3. To analyse other possible roles of Her9 during the otic 

development, including sensory development and cell 

proliferation. 

 

4. To analyse if Tbx1 has conserved role in mouse and 

zebrafish as a negative regulator of the otic neurogenesis. 
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5. To investigate the epistatic relationship between Her9 and 

Tbx1 transcription factors. 

 

6. To determine if otic her genes are Notch targets, as 

classically viewed. 

 

7. To search for the extrinsic signals that establish the 

expression of the posterolateral otic genes, such as tbx1 

and her9. 

 

8. To position the source of such signaling. 

 

9. To analyse the possible cross-interactions between positive 

and negative extrinsic regulators of the otic neurogenesis. 

 

10. To analyse the possible later role of RA signaling in the otic 

neurosensory development. 
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1. Her genes in the inner ear 

 

1.1 Screening for the expression of her genes in the 

inner ear 

 

her genes are zebrafish orthologs of Drosophila's Hairy and 

Enhancer of split genes. Their expression and function was 

analyzed during somitogenesis (Takke et al., 1999, Henry et al., 

2002, Pasini et al., 2004, Sieger et al., 2004, Gajewski et al., 2006, 

Sieger et al., 2006), the development of the central nervous system 

(Geling et al., 2003, Geling et al., 2004, Bae et al., 2005, Ninkovic 

et al., 2005,  Scholpp et al., 2009) and in the adult brain (Stigloher 

et al., 2008, Chapouton et al., 2011). These studies revealed that 

her genes mainly have conserved roles with their mammalian 

orthologs. As mentioned in the Introduction Chapter, in chick otic 

placode, Hes5 and Hes1 are expressed complementary in 

neurogenic and nonneurogenic domains. In mouse, the roles of 

Hes1 and Hes5 had been assessed during the otic sensory 

development, where it was shown that both transcription factors 

negatively regulate the number of hair cells. In order to better 

understand the role of Hes genes in inner ear development, we 

have decided to study them in zebrafish, where neither the 

expression pattern nor the role of any of the her genes was studied 

unil now. 

 

In order to address which her genes might be present in the 

developing inner ear, I did a screening for their expression at 



 60 

different developmental stages by in situ hybridization. Zebrafish 

otic placode becomes morphologically visible at 14 hpf (10 ss). 

Then placode cavitates (starting at 16 hpf (14 ss) stage) to finally 

form the otic vesicle (the lumen of the vesicle is visible from 18 hpf 

(18 ss) stage onwards). The screening was done at 16, 18 and 24 

hpf. There are at least 15 her and 3 hey genes in zebrafish, out of 

which I analyzed the expression of 10 her and 3 hey genes: her1, 

her3, her4, her5, her6, her7, her8a, her9, her11, her15, hey1, hey2 

and hey3 (heyL). I could detect the expression of three her and one 

hey gene in the otic anlagen at these stages. At 16 hpf, her4, a 

zebrafish ortholog of Hes5, is expressed in two patches at the 

opposite poles of anteroposterior axis of the otic placode, that 

correspond to the future anterior (utricular) and posterior (saccular) 

sensory maculae (Fig. 12A). At 18 hpf, her4 expression is 

detectable in the whole anteromedial half of the otic vesicle, 

including the neurogenic domain in addition to the sensory region. 

This pattern of expression is maintained at 24 hpf (Fig. 12B,C). 

her6 and her9, two orthologs of mouse Hes1, are also expressed in 

the zebrafish inner ear. her6  starts to be expressed in the medial 

wall of the otic vesicle at 18 hpf (Fig. 12G), with higher expression 

in the presumptive sensory maculae, and this expression pattern is 

maintained at 24 hpf (Fig. 12H). her9 starts to be expressed at 16 

hpf in a posterolateral otic domain and this expression pattern, 

complementary to that of her4, is maintained at 18 and 24 hpf (Fig. 

12D-F).  From 3 hey genes, only one was found to be expressed in 

the inner ear: at 24 hpf hey1 is expressed in the anterior and 

posteromedial group of cells, that judged by the position 

correspond to the anterior and posterior maculae (Fig. 12I). 
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Figure 12. Screening for the presence of the her genes expression in 
the inner ear. 
(A-I) Dorsal views of whole mount zebrafish otic placodes/vesicles, with 
anterior to the left and medial to the top. Dashed circles delineate the otic 
anlagen. In situ hybridization was done for her4, her9, her6 and hey1 
genes. (A-C) her4 expression initiates at the anteromedial and the 
posteromedial poles of the otic placode (A) expanding later to include 
whole anterior and medial otic walls at otic vesicle stages (B and C). (D-F) 
her9 posterolateral otic expression does not change during placodal (D) 
and vesicle stages (E and F). (G and H) her6 is expressed in the medial 
part of the otic territory, with higher expression in presumptive sensory 
maculae, starting from 18 hpf onwards. (I) hey1 expression is detected in 
anteroventral and posteromedial otic domains at 24 hpf (white arrows in I). 
The same magnification in A,B,D,E,G,H and C,F,I. 
 

 

1.2 The role and regulation of the otic  her4 

expression 

 

As it is the case for mouse and chick Hes5 gene, its zebrafish 

ortholog her4 is activated by Notch within the neurogenic zones of 

the embryonic neuroectoderm, in response to the lateral inhibition 
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mechanism of selection of neuronal precursors (Takke et al., 1999, 

Pasini et al., 2004, Bae et al., 2005, Yeo et al., 2007). The lateral 

inhibition mechanism also operates during the development of the 

inner ear, and correspondingly, in chick and mouse, the otic Hes5 

expression is established by Notch signaling (Lanford et al., 2000, 

Yamamoto et al., 2006, Abelló et al., 2007). 

 

To test whether Notch establishes her4 expression in zebrafish otic 

territory, the activity of Notch was blocked by exposing embryos to 

the γ-secretase inhibitor DAPT (N-[N-(3,5-diuorophenacetyl)-l-

alanyl]-S- phenylglicine t-butyl ester) (Geling et al., 2002). The 

activity of  γ-secretase is required for the cleavage of the  Notch 

intracellular domain that results in a target gene activation. 

Embryos were treated with 150 µM DAPT, or with 1.5% DMSO as 

a control, from 9 hpf, prior to the establishment of the otic her4 

expression, to 18 or 24 hpf, when the expression of her4 was 

analyzed by in situ hybridization (Fig. 13). At 18 hpf her4 was 

expressed in the whole anteromedial half of the otic vesicle in 

DMSO-treated embryos, but the most medial expression was lost 

in Notch-depleted embryos, leaving her4 expression limited only to 

the anterior and posterior patches (Fig. 13A,B). At 24 hpf her4 

expression is completely lost from the neurogenic part of the otic 

vesicle and is maintained in the anterior and posteromedial sensory 

patches (Fig. 13C,D), suggesting that  Notch signaling regulates 

her4 expression in the otic neurogenic domain, while the 

establishment of her4 expression in the presumptive sensory 

maculae is Notch-independent. 
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Figure 13. Otic her4 expression is only partially established by 
Notch. 
(A-D) Whole mount in situ hybridization for her4 in 18 (A,B) and 24 hpf 
embryos (C,D) treated with DMSO or Notch inhibitor DAPT from 9 hpf. 
her4 expression is maintained in sensory regions in Notch-depleted 
embryos (B and D). Dashed circles delineate otic vesicles. Anterior is to 
the left, medial is up. All images are at the same magnification. 
 
 
 
Selection of neuronal precursors in the otic neurogenic domain 

involves Notch-dependent lateral inhibition mechanism triggered by 

the proneural determination transcription factor Neurog1. Cells 

expressing neurog1 will express Notch ligand Delta and Delta-

Notch interaction will activate downstream Notch targets in 

neighbouring cell, preventing them from adopting the neuronal 

fate.To test if her4 mediates this role of Notch in the zebrafish inner 

ear, I have analyzed the expression of her4 in zebrafish mutants for 

proneural gene neurog1 (Golling et al., 2002, Madelaine and 

Blader, 2011). If proneural function is impaired, one could expect 

that cells will not express delta, and subsequently Notch signaling 
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and its downstream targets will not be activated.  Indeed, at 24 hpf 

her4 expression was abolished from the presumptive neurogenic  

 
Figure 14. Neurog1 regulates the expression of her4 within the otic 
neurogenic domain. 
(A-B)  Whole mount in situ hybridization for her4 in 24 hpf zebrafish 
embryos obtained from heterozygotic neurog1hi1059+/- crosses. Dashed 
circle delineates the otic vesicle. her4 expression is lost from the otic 
neurogenic domain in neurog1hi1059+/- mutant (B). Anterior is to the left, 
medial is up. Both images are at the same magnification. 
 
 
domain in a quarter of the embryos obtained from the heterozygotic 

neurog1hi1059+/- crosses (Fig. 14A,B; n=5/21), this number 

corresponding to the statistical prediction of the proportion of the 

homozygotic mutants. 

 

These results strongly suggested that Her4 indeed might  

negatively regulate otic neurogenesis within the neurogenic 

domain. To test this hypothesis, a morpholino designed to block 

her4 translation (So et al., 2009) (referred to here as her4-MO) was 

injected into 1-cell stage zebrafish embryos, and the phenotype 

was analysed at 24 hpf, by in situ hybridization, to detect neurog1 

and neurod mRNA transcripts. From the lateral inhibition model, 

blocking Notch target would result in a higher density of 

neurog1/delta/neurod expressing cells within the neurogenic 

domain, due to the absence of the inhibition from the neighbouring 

cells. Surprisingly, neurogenic domain seemed to have the same       
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Figure 15. neurog1 and neurod expression is unchanged in Her4-
depleted embryos 
(A-D) Whole mount in situ hybridization performed at 24 hpf to detect 
neurog1 (A,B) and neurod (C,D) transcripts in uninjected (A,C) and her4-
MO injected (B,D) embryos. No change in the density of the cells 
expressing neurog1 or neurod could be observed in Her4-depleted 
embryos, when compared to uninjected control. Dashed circle delineates 
the otic vesicle. Anterior is to the left, medial is up. All images are at the 
same magnification. 
 
 
density of neurog1 and neurod positive cells (Fig. 15A-D), as 

judged by the analysis of the whole mount embryos. However, 

thedouble staining for neurog1/delta/neurod and her4, although not 

done for this thesis, should give more information and enable the 

final conclusion. 

 

I have also started to study the possible role of Her4 in the sensory 

maculae development. Notch-independent macular expression of 

her4 roughly coincides with the expression of hair cell specification 

markers atoh1b and atoh1a (Millimaki et al., 2007) at 16 and 24 

hpf, respectively. The otic atoh1a expression is established after 
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her4, suggesting that Her4 might be upstream regulator of atoh1a 

in the inner ear. At 24 hpf, atoh1a expression labels the anterior 

macula, and this is not changed in embryos injected with her4-MO 

at 1-cell stage (Fig. 16C,D). 

 

Figure 16.  Her4 does not regulate the expression o f the hair cell 
specification markers atoh1b and atoh1a 
(A-D) Dorsal views of whole mount embryos probed by in situ 
hybridization for atoh1b (A,B) and atoh1a (C,D). No change in expression 
of any of the two genes could be observed after blocking Her4 translation 
(B,D) when compared to wild-type embryos (A,C). Dashed circle 
delineates the otic vesicle. Anterior is to the left, medial is up. All images 
are at the same magnification. 
 
 
The potential role of Her4 in the regulation of the otic atoh1b 

expression was analysed (Fig. 16A,B), because soon after we first 

detected her4 transcripts in the inner ear (at 16 hpf) atoh1b 

expression ceases. Since Her4 acts as a transcriptional repressor, 

the hypothesis was that Her4 inhibits atoh1b expression within the 

sensory maculae. At 16 hpf, atoh1b is still detected in only a few of 

cells within the anterior and posterior prosensory regions, and  
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surprisingly this expression pattern is not changed in Her4-inhibited 

embryos (Fig. 16A,B). In conclusion, my preliminary results 

suggest that her4 has no role in early specification of the macular 

hair cells, as revealed by no change in atoh1a and atoh1b 

expression after the Her4 inhibition.  

 
 

1.3 Her9 as a candidate for neurogenic versus 

nonneurogenic otic patterning 

 

1.3.1 The early otic vesicle is regionalized into 

neurogenic and nonneurogenic domains 

 

The her9 gene is a zebrafish ortholog of mouse Hes1 gene, 

described to have a dual role in regulating neurogenic processes: a 

role in lateral inhibition, mediating selection of neuronal precursors 

within the neurogenic zones, and a role in definition of the 

nonneurogenic territories such as midbrain-hindbrain and 

rhombomeric boundaries within CNS (Kageyama and Nakanishi, 

1997, Baek et al., 2006, Kageyama et al., 2008). Similarly, in 

zebrafish, her9 together with her3, her5 and her11 contributes to 

the inhibition of neurogenesis in the midbrain-hindbrain boundary 

by the maintenance of an undifferentiated pool of progenitors 

(Ninkovic et al., 2005), and with her3 defines nonneurogenic 

interproneuronal stripes during primary neurogenesis in the neural 

plate (Bae et al., 2005), thus acting as a patterning gene to define 

nonneurogenic, and restrict neurogenic, territories. 
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Previous analysis of Hairy1 expression in the chick otic placode 

revealed that this gene is expressed complementary to the 

neurogenic domain (Abelló et al., 2007). To test if her9 has a role in 

a regulation of the otic neurogenic patterning in zebrafish, I 

compared its expression pattern with that of neurogenic genes 

neurog1 and neurod and with tbx1, the only gene described so far 

to have a role in regulating the extent of the otic neurogenic 

domain, in mouse (Raft et al., 2004). Otic neurogenesis at 24 hpf, 

as depicted by the expression of the proneural genes neurog1 and 

neurod, is observed in a band that runs from anterolateral to 

medioposterior (Fig. 17A,B). At the same stage atoh1a, a proneural 

gene required for the specification and maintenance of sensory hair 

cells in the otic vesicle (Millimaki et al., 2007), is detected in the 

anterior macula (Fig. 17G). 

 
By contrast, her9 expression is detected in the posterolateral 

region of the otic vesicle (Fig. 17C), overlapping with tbx1 

expression (Fig. 17D,H). Double staining for neurod and tbx1 or for 

neurod and her9 transcripts reveals that in the ventral otic region 

neurod and tbx1/her9 exhibit an exactly complementary pattern of 

expression (Fig. 17E,F and see Fig. 18B,B',D,D'). However, in the 

dorsal part of the otic vesicle, neurod was absent and tbx1 and 

her9 displayed a more anterior limit of expression (Fig. 

18A,A',C,C'). These results suggest that tbx1 and her9 might 

together contribute to the definition of the nonneurogenic otic 

territory (Fig. 17I). To add support to this hypothesis, I explored 

whether tbx1 or her9 was expressed before the onset of 

neurogenesis, revealed by neurog1 expression (starting at 16 hpf; 

Fig. 17J). I found that tbx1 is already transcribed in the posterior 
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Figure 17. her9 and tbx1 expression is complementary to the 
neurogenic domain. 
(A-H,J-L)  Dorsal views of flat-mounted zebrafish embryos at 24 hpf, with 
anterior to the left and medial to the top. Dashed circles delineate the otic 
vesicle. In situ hybridization was done for neurog1 (A), neurod (B), her9 
(C), tbx1 (D) and atoh1a (G). White lines in A-D indicate the boundary 
between the neurogenic and non-neurogenic domains. Double in situ 
hybridization is shown for tbx1 (red chromogen in E,H, red fluorescence in 
F) and neurod (blue, E) or her9 (blue, H). (J) Otic neurog1 expression 
starts at 16 hpf. (K,L) Expression of tbx1 and her9 in the otic placode at 
14 hpf. The white bracket indicates the extent of the placodal domain. 
(I)Schematic representation of the neurogenic, sensory and 
nonneurogenic territories. r, rhombomere. All images are at the same 
magnification. 
 

 

otic placodal domain at 14 hpf and that her9 is also expressed at 

this stage, although with a more diffuse pattern (Fig. 17K,L). Thus, 

the expression of her9 and tbx1 precedes the initiation of 

neurogenesis, suggesting that these genes indeed may act as 

prepatterning genes. 
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Figure 18. Complementary expression of neurod and tbx1/her9 in 24 
hpf wild-type embryos. 
(A-B’)  Double in situ hybridization for neurod (blue) and tbx1 (red) at two 
different focal planes. White arrows point to the anterior limit of tbx1 
expression. (C-D’) Double in situ hybridization for neurod (red) and her9 
(blue) at two different focal planes. White arrows point to the anterior limit 
of her9 expression (C,D) and to posterior limit of neurod expression (D’). 
Anterior is to the left, medial is up. 
 
 

1.3.2 Her9 negatively regulates otic neurogenesis 

 

A prepatterning function would imply that Her9 and/or Tbx1 sets 

the limits of the neurogenic domain in the inner ear. To test this 

hypothesis, I injected into 1-cell stage zebrafish embryos 

morpholino oligonucleotides directed against the splice donor site 

of the first intron of her9 pre-mRNA transcripts (referred to here as 

her9-MO). This morpholino was previously shown to inhibit the 

development of the interproneuronal stripes in the posterior 

zebrafish neuroectoderm and to decrease the number of atoh1a 

positive neuronal precursors in the hindbrain (Bae et al., 2005). 

Both phenotypes were recapitulated (Fig. 19A-D), arguing for the 

efficiency of morpholino. neurod4 expression at 10 hpf marks three 

longitudinal proneuronal stripes (black arrows in Fig. 19A) which in  
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control embryos are separated by neurod4-negative, 

nonneurogenic interproneuronal stripes (Fig. 19A). In Her9-

depleted embryos neurod4 expression is expanded into 

interproneuronal stripes (Fig. 19B). atoh1a expression in 30 hpf 

embryos is observed in the progenitor cells of the brainstem, and 

this domain of atoh1a expression is reduced in her9-MO injected 

embryos. (Fig. 19C,D). 

 

A temporal study of efficiency of the morpholino was assessed by 

reverse-transcriptase PCR performed to amplify sequences that 

flank the first intron of her9 pre-mRNA (Fig. 19E). At 24 hpf her9 

splicing was blocked completely. The normally spliced her9 mRNA, 

125nt smaller than unspliced form, could be amplified at 77 hpf. For 

this reason, the  analysis of the effects of Her9 inhibition was done 

at  24 and 48 hpf, when the Her9 inhibition was complete. 

 

Loss of function of Her9 led to the ectopic expression of  proneural 

genes neurod (n=21/41) and neurod4 (n=22/45) in the non-

neurogenic posterolateral domain at 24hpf (Fig. 20E,F,I,J). The 

change in cell fate was observed from cells ectopically expressing 

neurod inside the posterolateral wall of the otic vesicle, as 

visualized by double in situ hybridization with tbx1 (Fig. 20G-H'). 

neurog1 expression pattern was not significantly changed in  

morphant embryos (expansion was observed only in 2/21 embryos, 

Fig. 20A-D'), suggesting a differential response of proneural genes 

to Her9 function in the otic vesicle. In addition to neurod and 

neurod4, her4 expression was also expanded in the posterolateral 

otic territory (Fig. 20K,L; n=8/21). 
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Figure 19. Depletion of her9 by injection of a splice donor 
morpholino (her9-MO) at 1-cell stage expands neurog enic stripes 
and affects her9 mRNA splicing until 77hpf. 
(A-D) Expression of neurod4 and atoh1a in wild-type and her9-MO 
injected embryos at 10 hpf (A,B) and 30 hpf (C,D). neurod4 marks 
proneuronal stripes black arrows)in A. atoh1a marks neuronal precursors 
in the fourth ventricle in C. Dorsal views of whole mount embryos, anterior 
is to the left. (E) Temporal analysis of her9 mRNA splicing by RT-PCR in 
wild-type and embryos injected with her9-MO. Unspliced form of her9 pre-
mRNA is 125nt longer than spliced one. 
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Immature otic neurons delaminate through the anteroventral wall of 

the otic vesicle from 22 hpf to 48 hpf, and coalesce to form the 

SAG. SAG neurons can be visualized in vivo using the islet3:GFP 

line, that emits green fluorescence under the promoter of islet3 

gene (Pittman et al., 2008). Confocal images of 48 hpf wild-type 

and her9-MO injected islet3:GFP embryos show that morphant 

SAG displays a change in morphology, such that its two branches, 

the anterior and the medial, are less segregated than in control 

embryos (Fig. 21A,B). 

 

In order to test whether the ectopic neurod-positive cells 

delaminate from the otic epithelium and increase the size of the 

SAG, ganglionar neurons were counted from z stack images of 

coronal sections in uninjected and her9-MO injected islet3:GFP 

embryos (Fig. 22A-A'''). The number of neuronal cells in the SAG 

as a whole or in each of its two branches was not significantly 

changed in morhants when compared to wild-type embryos (Fig. 

22B,C). This suggests that depletion of Her9 results mainly in 

morphological patterning, but not in gross quantitative changes in 

SAG neuronal number. 

 

However, as the otic vesicle of Her9-depleted embryos was overall 

smaller (reduction in size was 16% when compared to control otic 

vesicles, as measured by pixel numbers in selected imaged otic 

areas), the maintenance of the number of sensory neurons might 

indicate an increase in neuronal population within the otic epithelia, 

relative to that of nonneuronal cells. 
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Figure 20. Blocking her9 function results in ectopic expression of 
the proneural genes neurod and neurod4. 
(A-L) In situ hybridization in 24 hpf wild-type and Her9 morphant zebrafish 
embryos performed to detect changes in neurog1 (A-D'), neurod (E-H'), 
neurod4 (I,J) and her4 (K,L) expression in the inner ear. (C-D',G-H') 
Double in situ hybridization for tbx1 (red chromogen in C,D,G,H and red 
fluorescence in C',D',G',H') and neurog1 (blue) or neurod (blue). Dashed 
circles delineate the otic vesicle. Arrows indicate ectopic neurogenesis. All 
images are at the same magnification.  
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Figure 21. Depletion of her9 distorts the development of the SAG. 
(A,B) Three-dimensional reconstruction of the SAG at 48 hpf visualized in 
wild-type and her9-MO-injected zebrafish embryos carrying the islet3:GFP 
transgene. Arrowheads point to anterior and medial SAG branches. 
Arrows point to the region where SAG morphology is changed. SAG, 
statoacoustic ganglion. 
 
 
1.3.3 Her9 function in otic sensory development 

 

Hes1, the mouse ortholog of Her9, negatively regulates inner ear 

hair cell differentiation in the cochlea and utricle (Zheng et al., 

2000, Zine et al., 2001, Zine et al., 2002, Tateya et al., 2011). To 

test whether this is the case in zebrafish, after injecting her9-MO, 

embryos were probed by in situ hybridization for atoh1a expression 

at 24 hpf. At this stage atoh1a labels anterior macula. In morphant 

embryos neither the expansion nor misspecification of atoh1a-

expressing cells was apparent at 24 hpf (Fig. 23A,B;  n=0/8). Also, 

her9-MO was injected into Tg(brn3c:GFP) embryos to image and 

count the number of hair cells that developed at later stages (Xiao 

et al., 2005). In these embryos, GFP was visualized in vivo in the 

sensory maculae and the three sensory cristae at 48 and 96 hpf, 

respectively. 
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Figure 22. Number of SAG neurons is not significant ly changed upon 
Her9 depletion. 
(A-B) Counting of SAG neurons in wild-type and her9-MO injected 
embryos. (A-A’’’) Individual SAG neurons were counted on z stack series 
(step approx. 1µM) on coronal sections of 48 hpf wild-type or her9-MO 
injected embryos. Anterior is to the left, medial is down. (B,C) Bar diagram 
and table show the mean number of neurons in whole SAG, and 
separately in its anterior and medial parts. 
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Figure 23. Otic sensory development proceeds normal ly in the 
absence of her9 function. 
(A,B) Expression of atoh1a in wild-type and her9-MO injected embryos at 
24 hpf. No change in atoh1a expression is observed. (C,D) Sagittal 
sections of posterior macula showing GFP fluorescence under the control 
of brn3c promotor in a wild-type and her9-MO injected embryo. (E,F) 
Three-dimensional reconstruction of selected confocal sections showing 
the sensory cristae in wild-type and her9-MO injected embryos. GFP in 
adjacent neuromasts of the lateral line has been removed for clarity. A,B, 
C,D and E,F are at the same magnification. SAG, statoacoustic ganglion; 
am, anterior macula; ac, anterior crista; lc, lateral crista; pc, posterior 
crista. 
 
 

The anterior and posterior macula of Her9 morphants at 48 hpf 

contained between 16 and 20 GFP-positive cells (n=8) each of 

them, as counted from transverse and sagittal sections. The same 

number of cells was found in wild-type embryos (n=10) (Fig. 

23C,D). At 96 hpf, approximately 8-10 cells were counted in each 

of the three cristae in both morphants and wild-type embryos (Fig. 

23E,F). The conclusion obtained from this analysis is that her9  
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regulates otic neuronal development as observed by ectopic 

expression of proneural genes neurod and neurod4 and improper 

SAG morphology in Her9 morphants, while Her9 does not control 

the expression of other proneural genes involved in otic sensory 

development, such as atoh1a or brn3c. 

 

Otoliths, small gelatinous structures located in a close proximity to 

saccular and utricular maculae, are important for proper stimulation 

of hair cells when the head moves. At 48 and 72 hpf Her9 depleted 

embryos appear to have otoliths of the same size and at the same 

positions as otoliths in wild type embryos (Fig. 24A-D). 

Morphogenesis of the Her9 morphant otic vesicles also proceeds 

normally, as judged by the presence of endolymphatic duct and 

semicircular canals anlagens at 72 hpf (Fig. 24C,D). 
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Figure 24. Her9 loss-of-function does not impair ot olith development, 
neither normal otic morphogenesis. 
(A-D) Bright field images of whole mount otic vesicles in wild-type and 
her9-MO injected embryos at 48hpf (A-B') and 72hpf (C,D). Anterior is to 
the left, dorsal is up. ao, anterior otolith; po, posterior otolith; dls, 
dorsolateral septum; ed, endolymphatic duct. All images are at the same 
magnification. 
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1.3.4 The relation of her9 and other posterolateral genes 

 

To test if her9 has a role in the establishment and/or maintenance 

of the posterolateral domain, in situ hybridization for tbx1, her9 and 

lmx1b1, normally coexpressed in this domain was done after 

injecting her9-MO. No change in expression pattern was observed 

for any of the genes when compared to the control embryos (Fig. 

25A-F). However, increased levels of unspliced her9 pre-mRNA 

could be observed in the nucleus of the morphant cells (Fig. 25F'), 

tentatively suggesting that Her9 might negatively autoregulate 

itself, the mechanism already described for its mouse ortholog 

Hes1 (Takebayashi et al., 1994, Hirata et al., 2002). 

 

her9 was also present in the hindbrain, with highest levels at 

rhombomeric boundaries (Fig. 26A, white arrowheads), where it is 

reported that neurogenesis is absent (Amoyel et al., 2005). In 

morphant embryos, ectopic neurogenesis in the hindbrain could be 

observed, concomitant with a reduction of nonneurogenic domains 

(Fig. 26C,D), similarly to our observation in the inner ear. Since 

her9 is present in the hindbrain and hindbrain is known to impact 

otic induction and patterning, the effect of Her9 loss of function on 

otic neurogenesis could be indirect outcome of possible hindbrain 

misspatterning. To test if this is the case krox20 expression, 

normally observed in rhombomeres 3 and 5 of the developing 

hindbrain, was assessed in wild-type and Her9 morphant embryos. 

No change in pattern of krox20 expression was observed (Fig. 

26E,F), suggesting that hindbrain patterning proceeds normally in 

Her9-depleted embryos and that effect Her9 has on the otic 

neurogenesis is otic-autonomous. 
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Figure 25. Expression of some posterolateral otic m arkers is 
unchanged in her9-MO injected embryos. 
(A-F) Otic expression of lmx1b1, tbx1 and her9  in wild-type (A,C,E) and 
her9-MO injected (B,D,F) embryos at 24 hpf reveals no change in pattern 
of expression of these genes. (F') Transversal section of her9-MO injected 
embryo probed by in situ hybridization for her9. Arrows point to increased 
nuclear staining for her9, an outcome of improper splicing. A-F are at the 
same magnification. 
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Figure 26. Hindbrain patterning and neurogenesis in  Her9-depleted 
embryos. 
(A,B) Expression of high levels of her9 in hindbrain rhombomeric 
boundaries (arrowheads) in wild-type and her9-MO injected embryos. 
(C,D) neurod4 expression is expanded in the hindbrain of Her9 
morphants. (E,F) krox20 expression in rhombomeres 3 and 5 is 
unchanged in Her9-depleted embryos. Dashed circles delineate the otic 
vesicle. r3, rhombomere 3; r5, rhombomere 5. A-D and O,P are at the 
same magnification. Anterior is to the left in all images. 
 

 

1.3.5 Her9 function in cell proliferation 

 

A feature of the otic vesicles of her9-MO injected embryos was 

their reduction in size (16% reduction is size). Hes1 has been 

reported to prevent differentiation and to maintain cells as 

precursors or stem cells. In liver, thymus, brain and, as shown 

recently, in cochlear epithelia, Hes1 promotes precursor cell 

proliferation through the transcriptional downregulation of the 

cyclin-dependent kinase inhibitor (Cdkn) p27kip1 (Murata et al., 

2005, Murata et al., 2009). To assess the possible role of her9 in  
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cell proliferation in the inner ear, first I searched for the otic 

expression of different cdkn genes, by in situ hybridization. Among 

seven cdkn genes screened, two were expressed in the early 

zebrafish inner ear. cdkn1c (p57) was expressed throughout the 

entire neurosensory domain (Fig. 27C), whereas cdkn1bl (p27-like) 

was expressed in only its posterior part (Fig. 27A). None of the 

genes was expressed in the her9-positive territory in wild type 

embryos at 24 hpf, suggesting that Her9 might inhibit their 

expression there. Indeed, in her9-MO injected embryos, ectopic 

expression of cdkn1bl was apparent in the posterior epithelium 

(Fig. 27B, n=8/12), whereas cdkn1c expression did not change 

significantly (Fig. 27D, n=3/12).  

 
Figure 27. cdkn1bl and cdkn1c are expressed in the inner ear and 
negatively regulated by her9. 
(A-D) In situ hybridization for cdkn1bl (A,B) and cdkn1c (C,D) in wild-type 
(A,C) and her9-MO injected (B,D) zebrafish embryos at 24 hpf. Dashed 
circles delineate the otic vesicle. White lines indicate limits of 
posterolateral and anterolateral expression of cdkn1bl and cdkn1c, 
respectively. Anterior is to the left, medial is up. All images are at the 
same magnification. 
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To assess the proliferative status of the cells within the otic vesicle, 

cells in M phase of the cell cycle were immunostained with anti-

phospho-Histone H3 (anti-pH3) (Fig. 28A-E). Counting the number 

of mitotic cells inside and outside the her9-positive domain in wild-

type and morphant otic vesicles (Fig. 28F) showed that the 

subfraction of mitotic cells in the her9 domain strongly decreased 

after Her9 depletion, when normalized with number of mitotic cells 

in her9-negative domain (control, n=16, 0.43±0.22; her9-MO, n=15, 

0.15±0.17; P=0.001). 

 

Taking into account that (1) no cdkn gene is endogenously 

expressed in her9-positive domain, (2) cdkn1bl is ectopically 

induced in the otic vesicles of Her9 morphant embryos and that (3) 

there is a loss of mitotic cells in the her9 territory, we conclude that 

Her9 has a role in maintaining cells in proliferative state in the 

nonneurogenic domain. 
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Figure 28. her9 regulates cell proliferation within the otic vesic le.  
(A-E'') Transversal sections of wild-type and Her9 morphant otic vesicles 
stained by in situ hybridization for her9 (blue) and immunohistochemistry 
for anti-pH3 (green) at 24 hpf. Dashed circles delineate the otic field. 
Sections are arranged from anterior (A and D) to posterior (C and E). All 
images are at the same magnification. Medial is to the right, dorsal is up. 
(F) Proportion of pH3 positive cells counted inside and outside the her9-
expression domain in wild-type and Her9-depleted embryos. Error bars 
indicate mean + s.e.m. *P=0.001. 
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1.3.6 Epistatic relationship between her9 and tbx1 

 

The loss of Tbx1 function in mouse leads to the increased otic 

neurogenesis and duplication of SAG (Raft et al., 2004). However, 

such role for zebrafish Tbx1 was not yet demonstrated. To analyze 

this, loss of Tbx1 function studies were done using zebrafish van 

gogh mutant (vgotm208) which carry a null mutation for tbx1 gene 

(Piotrowski et al., 2003). tbx1 mRNA staining in vgo mutants was 

still visible in the non-neurogenic territory, enabling performance of 

double in situ hybridization for proneural genes neurog1/neurod 

and tbx1 at 24 hpf (Fig. 29A-F). The ectopic neurog1 and neurod 

positive cells could be observed in posterolateral otic domain  (Fig. 

29B,C,E,F), confirming that in zebrafish Tbx1 has a role in the 

regulation of the otic neurogenesis, homologous to that one in 

mouse. In addition, her4 expression also expanded posterolaterally 

(Fig. 29G-I). These phenotypes, although stronger, resemble to the 

phenotypes observed in Her9 morphant embryos. This, together 

with the fact that tbx1 is coexpressed with her9 in the same domain 

within the otic vesicle, led to the analysis of potential epistatic 

relationship between them. As shown above, Her9 blockade does 

not suppress tbx1 expression (Fig. 25C,D), most probably 

positioning Tbx1 upstream of Her9. Therefore her9 expression was  
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analysed in van gogh (vgo) mutant embryos. From descendants of 

vgotm208 heterozygotic crosses, in a quarter of embryos it was 

observed that otic her9 expression was abolished at 16 hpf (data 

not shown), 18 hpf (Fig. 30A,B; n=9/40) and 24 hpf (Fig. 30C,D; 

n=9/32). The capacity of Tbx1 to activate her9 was further 

demonstrated by the ectopic induction of her9 in the anterior 

neurogenic domain at 24 hpf (Fig. 30E,F; n=8/24) after injection of 

tbx1 capped  mRNA into 1- to 2-cell stage embryos. Concomitantly, 

in Tbx1 overexpressing embryos, neurod expression within the otic 

epithelium was reduced in about a third of embryos (Fig. 30G,H; 

n=10/28). Taken together, these results reveal that both tbx1 and 

her9 are required for the establishment of the nonneurogenic 

compartment during inner ear development, and that Tbx1 is 

necessary and sufficient to induce and maintain her9 expression in 

the otic vesicle. 

In van gogh mutant, hindbrain segmentation is unnafected 

(checked by krox20, hoxb2, hoxb3, ephrin-B2, Piotrowski and 

Nusslein-Volhard, 2000), suggesting hindbrain-independent 

regulation of the extent of the otic neurogenesis. 
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Figure 29. tbx1 represses proneural genes in the inner ear. 
(A-F) Double in situ hybridization for tbx1 (red) and neurog1 (blue, A-C) or 
neurod (blue, D-F) in 24 hpf embryos obtained from heterozygotic vgotm208 
crosses. (G-I) In situ hybridization for her4 in 24hpf embryos obtained 
from heterozygotic vgotm208 crosses. Two examples of vgotm208 mutants 
are given for each gene in A-I. Arrows point to ectopic gene expression. 
Anterior is to the left, medial is up. All images are at the same 
magnification. 
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Figure 30. tbx1 is genetically upstream of her9. 
(A-D) Expression of her9 in 18 and 24 hpf zebrafish embryos obtained 
from heterozygotic vgotm208 crosses. (E-F) Double in situ hybridization for 
tbx1 (red) and her9 (blue) shows ectopic expression of her9 (white arrow) 
after injection of tbx1 capped mRNA. (G-H) Double in situ hybridization for 
tbx1 (red) and neurod (blue) at 24 hpf shows downregulation of neurod 
after overexpression of capped tbx1 mRNA. Dashed circles delineate otic 
vesicle. Anterior is to the left, medial is up. All images are at the same  
magnification.                             
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Graphic with proportion of progeny with her9/ neurog1/ neurod/ 
her4 phenotype. Proportion of descendants fromheterozygotic vgotm208 

crosses showing a stron phenotype (complete abrogation of her9 
expression, substantial expansion of neurog1 and neurod), mild 
phenotype or wild-type phenotype at 24 hpf. 
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2. Regulators of the inner ear anteroposterior 

patterning 

 

2.1 Retinoic acid, and not Notch signaling, acts to  

establish posterolateral otic genes 

 

Members of the Hes/her gene family are classicaly considered as 

targets of Notch receptors. To assess whether her9 is regulated by 

this pathway, I blocked Notch activity by incubating embryos with 

the γ-secretase inhibitor DAPT starting from 10.5 hpf, 3.5 hours 

before her9 expression could be detected in the otic placode.  

Embryos treated from 10.5 hpr to 24 hpf displayed no inhibition nor 

induction of her9 or tbx1 expression (Fig. 31A-D, her9, n=11/11; 

tbx1, n=9/9), indicating that restricted posterolateral expression of 

these genes is established independently of Notch. As expected 

from the reported role of Notch signaling in hair cell development 

(Haddon et al., 1999; Millimaki et al., 2007), I found increased hair 

cell specification in DAPT-treated embryos, revealed by in situ 

hybridization for atoh1a (Fig. 31E-H) at 18 and 24 hpf. In addition, 

neurog1 expression increased inside the neurogenic domain in 

DAPT-treated embryos (Fig. 31I,J), due to the impaired lateral 

inhibition, which normally controls the number of neuronal 

precursors within the neurogenic zones. 
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Figure 31. Notch signaling does not establish  her9 and tbx1 
expression in the inner ear. 
(A-D) In situ hybridization for her9  and tbx1 at 24 hpf in control (DMSO) 
and Notch-inhibited (DAPT-treated) zebrafish embryos shows no change 
in their expression patterns. (E-H) In situ hybridization for atoh1a at 18 hpf 
(E,F) and 24 hpf (G,H) in control (DMSO) and DAPT treated embryos 
shows increased hair cell specification in sensory maculae. (I,J) In situ 
hybridization  for neurog1 in DMSO and DAPT treated 20 hpf embryos 
argues for the efficiency of DAPT treatments. Dashed circles delineate 
otic vesicles. Anterior is to the left, medial is up.  A-H and I,J are at the 
same magnification. 
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Several lines of evidence pointed to retinoic acid (RA) signaling as 

a good candidate for controlling the expression of posterolateral 

genes in the otic placode. Loss of RA signaling affects craniofacial 

patterning (Niederreither et al., 1999; Niederreither et al., 2000) 

and phenocopies some of the features associated with DiGeorge 

syndrome (Begemann et al., 2001, Vermot et al., 2003), linked also 

to the mutation in Tbx1 gene.  

 

To assess RA activity over the otic territory, I have analysed the 

expression of Aldh1as and Cyp26s enzymes, involved in RA 

synthesis and metabolism, at the stages when the otic expression 

of posterolateral genes, such as tbx1 and her9, is established. At 

15 hpf, RA is synthesized by Aldh1a2 in the mesoderm located 

posterolaterally to the otic placode (Fig. 32A) and in somites (data 

not shown). Genes encoding for RA degrading enzymes, cyp26b1 

and cyp26c1 are expressed in the rhombomeres 2-4 and 

rhombomeres 5-6 respectively at this stage (Fig. 32B,D), 

suggesting the possible existence of a gradient of retinoic acid 

activity that decreases across the otic placode from posterolateral 

to anteromedial.  

To test whether RA is responsable for the establishment and/or 

maintenance of the posterolateral otic genes, embryos were 

exposed to 20µM DEAB (4-(diethylamino)-benzaldehyde), a potent 

pharmacological inhibitor of retinaldehyde dehydrogenases 

(Raldhs/Aldhs), from 10.5 to 24 hpf. Efficiency of treatments was 

assessed by in situ hybridization for hoxb4, a neural tube target of 

RA signaling (Fig. 42A,B). Interestingly, blocking RA signaling 
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Figure 32. Retinoic acid synthesizing and degrading enzymes ar e 
expressed adjacent to the otic placode. 
(A-D) Dorsal views of 15 hpf zebrafish embryos, probed by in situ 
hybridization for aldh1a2, aldh1a3, cyp26b1 and cyp26c1. Dashed circles 
delineate the otic placode. (E-F) In situ hybridization for cyp26b1 and 
cyp26c1 at 24hpf. Dashed circles delineate the otic vesicle. r, 
rhombomere. Anterior is to the left, medial is up. All images are at the 
same magnification. 
 
 
abolished the expression of her9 and tbx1 (Fig. 33A,B,D,E; her9, 

n=9/9; tbx1, n=6/7) and in parallel shifted the boundary between 

neurogenic and nonneurogenic domains, which was revealed by 

posterior expansion of the neurog1, neurod and her4 expression 

(Fig. 33G,H,J,K,M,N; neurog1, n=6/7; neurod, n=4/6; her4, n=6/6). 

Conversely, when embryos were incubated with nonteratogenic 

doses of RA (20nM RA, Hans and Westerfield, 2007) from 10.5 to 

12 hpf and left to develop until 24 hpf, the limit of her9 and tbx1 

expression shifted anteriorly (Fig. 33C,F; her9, n=20/24; tbx1, 

n=12/13), concomitant with a medial shift of neurog1, neurod and  
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her4  expression (Fig. 33I,L,O; neurog1, n=9/11; neurod, n=5/5; 

her4, n=11/13). Together, these results further confirm the cross-

interaction between the neurog1/neurod and tbx1/her9 expression 

domains, and demonstrate the influence of RA in setting the 

anteroposterior (AP) boundary between  neurogenic and 

nonneurogenic domains in the otic vesicle. 

 

Since RA activity influences AP patterning of the hindbrain and 

hindbrain signals pattern the inner ear, the change in tbx1 and her9 

expression in DEAB- and RA-treated embryos might be an indirect 

result of hindbrain misspecification. To assess hindbrain patterning 

at the level of the otic vesicle, krox20 expression was analyzed in 

24 hpf embryos in which RA was up- or downregulated from 10.5 

hpf. krox20 expression was unchanged in both conditions, as 

compared to wild type embryos (Fig. 34A-C), thereby excluding 

gross hindbrain patterning defects in our manipulations. 
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Figure 33. Retinoic acid regulates her9 and tbx1 expression in the 
inner ear, and correspondingly the boundary between  neurogenic 
and nonneurogenic otic territories.  
(A-O) Expression of her9 (A-C), tbx1 (D-F), neurog1 (G-I), neurod (J-L) 
and her4 (M-O) in 24 hpf embryos treated with DMSO (A,D,G,J and M), 
the retinaldehyde dehydrogenase inhibitor DEAB (B,E,H,K and N) or 
retinoic acid (RA) (C,F,I,L and O) from 10.5 hpf. her9 and tbx1 expression 
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is lost in the absence of RA signaling (B and E). Dashed circles delineate 
otic vesicles. Boundary between neurogenic and non-neurogenic otic 
domains is depicted by the white line. Anterior is to the left, medial is up. 
All images are at the same magnification. 
 

.  
 
Figure 34. Hindbrain is dispensable for establishme nt of 
posterolateral otic genes. 
(A-C) krox20 expression in embryos treated with DMSO (A), 20nM RA (B) 
and 20µM DEAB (C), showing no hindbrain patterning defects. (D-G) In 
situ hybridization for krox20 and tbx1 (D,F) or krox20 and her9 (E,G) in 
embryos obtained from heterozygotic valb337+/- crosses. Dashed circles 
delineate otic vesicles. r, rhombomere. Anterior is to the left. A-C and D-G 
are at the same magnification. 
 
 
Moreover, I analyzed the tbx1 and her9 expression in valentino 

mutants (valb337), which exhibit misspecification of rhombomeres 5 

and 6 (Moens et al., 1996), and no change in the expression 

pattern for any of the two genes was observed when compared to 
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wild type embryos (Fig. 34D-G). This further confirms that posterior 

hindbrain patterning is dispensable in establishing the otic 

tbx1/her9 expression domain. 

In conclusion, RA has a crucial role in early otic regionalization, 

acting to establish the expression of posterolateral genes such as 

tbx1 and her9, which define the non-neurogenic otic compartment, 

and this occurs independently of hindbrain patterning. 

 

2.2 The role of FGF signaling in otic anteroposterior 

patterning and its interaction with retinoic acid 

signaling 

 

As shown above, increasing the levels of RA shifted the anterior 

limit of tbx1 expression, but a small anteromedial domain was 

always devoid of tbx1 and was still expressing neurod. The 

following question arose: Does an anterior signal also exist to limit 

tbx1 expression? Fgf3 and Fgf8 signals from rhombomere 4 are 

required for the specification of the otic sensory territory and for 

otic neuronal production (Léger and Brand, 2002, Phillips et al., 

2001). To test whether Fgfs might inhibit tbx1 expression in the 

anterior otic domain first I analyzed the expression of tbx1 and 

neurod in acerebellar (ace) mutants, in which fgf8 gene is mutated 

and thus encode nonfunctional Fgf8 product (Reifers et al., 1998). 

Although transversal sections showed that there are less neurod-

positive cells in mutant embryos, no  change in expression pattern 

for any of the two genes analysed was observed (Fig. 35A-P). In 

these mutants Fgf3 signaling is still operative, probably 

compensating for the loss of Fgf8 function. To overcome this 

problem I treated embryos with SU5402, a potent pharmacological  
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inhibitor of Fgf receptors (Mohammadi et al., 1997). Efficiency of 

the treatments was confirmed by downregulation of otic pea3 

expression in SU5402-treated embryos (Fig. 42C,D). To 

characterize the temporal requirement for Fgfs in the formation of 

the otic vesicle, neurogenesis and the expression of tbx1, 

treatments of the embryos with 60 µM SU5402 were done starting 

at different time points. Otic induction was abolished in Fgf-

depleted embryos treated with SU5402 from 4.3 to 30 hpf, judging 

by the lack of any morphological sign of otic vesicles (Fig. 36A,B; 

n=12/12), and this is in accordance with previously reported early 

role of Fgfs in the otic induction (Léger and Brand, 2002).  
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Figure 35.  tbx1 and neurod expression patterns are unchanged in 
ace mutants. 
(A-H) Transversal sections of 30 hpf wild-type (A-D) and ace mutant 
embryos (E-H) stained for tbx1 by in situ hybridization, showing no 
change in expression pattern. (I-P) Transversal sections of wild-type (I-L) 
and ace mutant embryos (M-P) stained for neurod expression, showing 
no change in spatial distribution of expression, although there are less 
neurod positive cells in ace mutant compared to wt. All sections are 
arranged from anterior to posterior. Dashed circles delineate sectioned 
otic vesicles. Dorsal is up, lateral to the right. All images are at the same 
magnification. 
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When Fgf blockade was performed from 50% epiboly (5.3 hpf) to 

24 hpf, otic induction was not abrogated but the treatment led to 

the very tiny otic vesicles, without neurogenesis and with reduced 

levels of tbx1 expression (Fig. 36D,H; n=7/7). Treatment from 7 hpf 

onwards resulted in no change in the overall pattern of expression 

of tbx1 and neurod, although both domains were smaller due to an 

effect on otic growth (Fig. 36E,F,I,J). These data show that FGF 

signaling is required for otic induction before the gastrula stage, for 

neural commitment at the early gastrula and to maintain the otic 

growth after 7 hpf. Thus, Fgf signal does not seem to have a role in  

limiting tbx1 expression anteriorly in the inner ear anlagen. 

 
Figure 36. Temporal requirement for Fgf signals in otic 
development. 
(A-B) Bright-field images of 30 hpf embryos treated with DMSO or with 
Fgf inhibitor SU5402 starting from 4.3 hpf reveals a requirement for 
Fgf signaling at this stage for otic placode induction. Asterisk in B 
indicates putative position of otic vesicle. (C-J) Stage dependent 
influence of Fgf signaling on neurod and tbx1 expression. Dashed 
circles delineate the otic vesicle. Numbers indicate the stage when the 
treatment begun. Anterior is to the left, medial is up. A,B and C-J are 
at the same magnification. 
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Moreover, inhibition of Fgf signaling at 50% epiboly resulted in a 

loss or severe downregulation of tbx1 expression, suggesting that 

at this stage Fgf might interfere with RA activity. To assess this, we 

examined the expression of aldh1a2 and cyp26b1/c1, after 

blocking Fgf signaling. At 13 hpf, the expression of aldh1a2 is 

initiated in the cranial mesoderm adjacent to the otic placode (Fig. 

37A). Inhibition of Fgf signaling from 50% epiboly suppressed 

aldh1a2 expression in the cranial mesoderm at 13 hpf and also 

partially suppressed cyp26c1 expression in the hindbrain (Fig. 

37A). Since the patterning of the hindbrain is severely disrupted in 

these embryos, the loss of aldh1a2 expression might be a direct 

effect of Fgf signaling or an indirect effect of hindbrain 

mispatterning. However, blocking Fgf signaling at 10.5 hpf did not 

have a strong impact on the expression of RA pathway 

components (Fig. 37B), in agreement with the lack of the effect on 

the otic tbx1 expression at these stages. Together, these data 

suggest that Fgf influences RA levels at gastrula stages, whereas 

RA activity in the otic territory is Fgf-independent at later stages. 
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Figure 37. Fgf signaling at early gastrula stages, but not later, is 
requiered for aldh1a2 establishment in the vicinity of the otic 
placode. 
(A-B) In situ hybridization for aldh1a2, cyp26b1 and cyp26c1 in embryos 
treated with DMSO or SU5402 starting from 5.3 hpf (A) or 10.5 hpf (B).  
Black arrowhead indicates mesodermal expression of aldh1a2. Red 
arrowheads indicate suppression of aldh1a2 and cyp26c1 expression. 
Asterisk in A indicates position of the otic placode. Dashed circles 
delineate otic placode. Anterior is to the left, medial is up. r, rhombomere. 
All images are at the same magnification. 
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2.3 The role of Hedgehog signaling in the otic 

anteroposterior patterning 

 

Hedgehog signaling (Hh) was previously shown to be required for 

correct anteroposterior patterning of the zebrafish otic vesicle 

(Hammond et al., 2003), but this role was not directly correlated to 

the otic neurogenic patterning. To test the role of Hh signaling in 

the otic neurogenic vs nonneurogenic patterning, zebrafish 

embryos were treated with a 100µM Hh blockator cyclopamine A 

(CyA) (Chen et al., 2002) for consecutive 3-hour periods starting at 

9, 12, 15, 18 or 21 hpf. The expression analysis was done 

afterwards, at 24 hpf stage. Inhibition of Hh signaling between 12 

and 18 hpf caused a strong posteromedial induction of tbx1 and 

her9 (Fig. 38A,B,D,E and 39B,C; tbx1, n=10/12; her9, n=3/4), and 

consequent retraction of neurod expression domain (Fig. 38C,F), 

indicating that Hh has a role in limiting the expression of 

nonneurogenic genes in the posteromedial domain of the otic 

vesicle. This inhibitory function is limited to the 12-18 hpf time 

window, since blockade of Hh signaling before or after these 

stages had no effect on otic tbx1 expression (Fig. 39A and D), 

indicating that at 18 hpf the posteromedial domain is already 

determined. 

   

 

 

 

 

 



 105 

 

                                                                   Results      

 

 
 
Figure 38. Hedgehog and retinoic acid signaling tog ether regulate 
otic tbx1, her9 and neurod expression.  
(A-I) Whole mount in situ hybridization for tbx1 (A,D,G), her9 (B,E,H) and 
neurod ( C,F,I) in 24 hpf embryos treated with DMSO (A-C),  the Hh 
inhibitor cyclopamine A (CyA), and CyA+RA starting from 10.5 hpf. CyA 
and RA act additivily to expand tbx1 and her9 expression (G,H). Dashed 
circles delineate otic vesicles. Anterior is to the left, medial is up. All 
images are at the same magnification. 
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Figure 39. Hedgehog signaling affects otic tbx1 exp ression in a 12-18 
hpf time window, but not before nor later. 
(A-D) Whole mount in situ hybridization performed at 24 hpf to detect tbx1 
(and krox20) expression after blocking Hh signaling with 100 M CyA 
from 9-12 hpf (A), 12-15 hpf (B), 15-18 (C), 18-21 (D). tbx1 expression is 
expanded only in embryos treated with CyA from 12-18 hpf, while earlier 
(A) and later (D) treatments do not change tbx1 expression pattern. 
Anterior is to the left, medial is up. All images are at the same 
magnification. 
 
 
In the limb/wing buds and forebrain development in mouse and 

chick, RA signaling cross-talks with Shh (Riddle et al., 1993, Helms 

et al., 1994, Schneider et al., 2001, Ribes et al., 2006). To test if 

this also happens in the otic territory, since the same otic genes are 

affected in experiments with manipulated levels of RA or Hh, 

embryos were probed for aldh1a, aldh1a3, cyp26b1 and cyp26c1 

expression by in situ hybridization after incubation with 100µM CyA 

from 10.5 to 15 hpf.  No change in expression pattern for any of 

these genes was observed in CyA-treated embryos compared to 

control, EtOH-treated embryos (Fig. 40A-H) 
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However, incubation of 100µM CyA together with 20nM RA at 10.5 

hpf had an additive effect and almost the entire vesicle expressed 

tbx1 and her9  (Fig.  38G,H; tbx1, n=3/3; her9, n=2/3). These data, 

although not suggesting that Hh and RA directly regulate each 

other, point to an interplay of positive and negative regulators of 

the tbx1/her9 expression domain within the otic vesicle: RA 

signaling induces tbx1/her9 expression, which is limited to the 

posterolateral wall by the inhibitory Hh signal. Finally, this effects 

are independent of Notch signaling, since co-treatments of RA and 

DAPT or CyA and DAPT did not modulate the main effect RA and 

CyA had alone on tbx1 expression (Fig. 41A-C). 

 Efficiency of CyA treatments was analysed by in situ hybridization 

for ptc1, a target of Hh signaling. ptc1 expression was strongly 

downregulated in CyA-treated embryo (Fig. 42E,F). 
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Figure 40. Hedgehog signaling does not affect retin oic acid levels at 
the stages when RA impacts expression of posterolat eral otic genes. 
(A-H) Expression of aldh1a2, aldh1a3, cyp26b1 and cyp26c1 in 15 hpf 
embryos treated with DMSO (A-D) or CyA (E-H) from 10.5 hpf.  No 
change in expression pattern could be observed for any of the genes 
tested. Dashed circle delineates otic placode. Posterior is to the right, 
medial is up. r, rhombomere. All images are at the same magnification. 
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Figure 41. Tbx1 expression is modulated by RA and C yA, 
independently of Notch. 
(A-C) In situ hybridization for tbx1 in 24 hpf embryos treated with DMSO, 
20nM RA +150µM DAPT or 100µM CyA + 150µM DAPT from 10.5 hpf. 
Posterior is to the right, medial is up. r, rhombomere. All images are at the 
same magnification. 
  

 
Figure 42. Efficiency of the treatments. 
(A,B) In situ hybridization for hoxb4 in 24 hpf embryos treated with DMSO 
or DEAB from 10.5hpf. Expression is lost from the neural tube in DEAB- 
treated embryos. (C,D) Expression of pea3 in 24 hpf embryos treated with 
DMSO or SU5402 from 10.5 hpf. Expression is lost  from the otic vesicle 
in SU5402-treated embryos. (E.F) Expression of ptc1 in embryos treated 
with DMSO or CyA from 10.5hpf. ptc1 expression is lost from the 
hindbrain in CyA-treated embryos. Anterior is to the left, medial is up. All 
images are at the same magnification. 
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The results described above permit modeling the complex genetic 

cascade that underlies neural patterning of the otic vesicle (Fig. 

43). After the initial, Fgf-dependent, induction of the neural 

competence within the future otic territory, the neurogenic domain 

is restricted to only the anteromedial portion of the inner ear. This is 

achieved through the negative regulation of the otic neurogenesis 

by RA-Tbx1-Her9 genetic network. RA, synthesized by Aldh1a in 

paraxial mesoderm, establishes otic tbx1 expression at 14 hpf (otic 

placode stage), before the onset of neurog1 in the anteromedial 

domain. Tbx1 then activates the bHLH transcriptional repressor 

Her9 which will inhibit the expression of proneural neurod/neurpod4 

genes in the posterolateral otic domain. At the same time, otic 

tbx1/her9 expression is inhibited by active Hh signaling in the 

posteromedial otic territory, pointing to the interplay between 

different signaling pathways during the establishment of the 

neurogenic and nonneurogenic otic territories. 
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Figure 43. Integrative model of neurogenic versus n on-neurogenic 
patterning by Fgf/RA/Hh-Tbx1/Her9-Neurod cascade. 
(Top) The temporal requirements of Fgf (pink bars), Hh (green) and RA 
(blue bars) signaling during the otic development are illustrated. Before 
5.3 hpf (50% epiboly), Fgf signaling is required for the otic induction, 
whereas from 5.3 until 7 hpf it is required for otic neural induction and for 
the establishment of the aldh1a2 expression (at 13 hpf) in the cranial 
mesoderm After 7 hpf, Fgf signaling is required for otic growth but not for 
the establishment of aldh1a2 nor for the  otic tbx1 expression. RA from 
the cranial mesoderm is required for tbx1 induction at 14 hpf, leading to 
the activation of its downstream target: the proneural repressor Her9. In 
parallel, medial sources of Hh restrict otic tbx1 expression to the 
posterolateral domain, acting from 12-18 hpf. 
(Bottom) The extrinsic signals and intrinsic regulators of the otic 
neurogenic vs nonneurogenic patterning. From an initially uniform otic 
field, the pattern of tbx1 and her9 expression established by the opposing 
actions of RA and Hh at 14 hpf finally will result in regionalized neurod 
expression within the otic vesicle at 18 hpf. 
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3. Late roles of retinoic acid in the inner ear 

development 
 

3.1 Late expression patterns of aldh1a and cyp26 

genes 

 

Retinoic acid plays multiple roles during otic development (see: 

Introduction: The roles of RA in the otic development). Briefly, the 

excess of RA was shown to misspattern hindbrain signals involved 

in otic induction process, such as Fgf signaling (White et al., 2000, 

Phillips et al., 2001, Kil et al., 2005), or to expand the expression of 

otic competence gene foxi1 (Hans and Westerfield, 2007). As we 

have demonstrated, during the early axial patterning RA is required 

for the establishment of posterolateral otic genes, which through 

Her9 and Tbx1 define nonneurogenic otic domain. However, once 

early patterning events are disclosed, RA is still synthesized by 

retinaldehyde dehydrogenases (Aldh1as), expressed adjacent to or 

within the otic vesicle. This expression patterns are revealed by in 

situ hybridization for aldh1a2 and aldh1a3 at 30 and 48 hpf. At 

these stages otic vesicle undergoes gross cytodifferentiation 

processes, which lead to the production of the otic neurons and 

hair cells of the sensory maculae. At 30 hpf, aldh1a2 is detected in 

the mesoderm lying below the anterior otic domain, while at 48 hpf 

its expression lies posteroventrally to the otic vesicle (Fig. 44A,B). 

Coronal sections revealed another, medial to otic, domain of 

aldh1a2 expression (Fig. 45A,B), which was masked by 

pigmentation in whole mount embryos. aldh1a3 was expressed in  
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future endolymphatic duct at 30 hpf, but later appears in distinct 

patches throughout anterior and lateral otic walls (Fig.44C,D). To 

better localize the expression of the two genes relative to the 

sensory patches and SAG, in situ hybridization was done in 48 hpf 

brn3c:GFP and islet3:GFP embryos. Coronal sections show that 

none of the genes is expressed in the hair cells of the sensory 

maculae nor in the SAG neurons (Fig. 45). 
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Figure 44. Late expression patterns of aldh1as and cyp26s genes in 
the otic vesicles. 
(A-B) At 30hpf aldh1a2 expression is detected in mesoderm below 
anterior otic domain, while at 48 hpf it is expressed posteroventrally to the 
otic vesicle. (C-D) In situ hybridization for aldh1a3 reveals complex 
pattern of expression which at 30 hpf is limited to the nascent 
endolymphatic duct and later on appears in distinct patches within anterior 
and lateral otic walls. (E-F) cyp26a1 is expressed in endodermal pouches,  
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below otic vesicle, at both 30 and 48 hpf. (G-J) At 30 hpf cyp26b1 and 
cyp26c1 are expressed in cells adjacent to the anterior otic domain. At 48 
hpf a group of cell adjacent to posterior otic domain express cyp26c1, 
while cyp26b1 stays limited to the anterior field. Dashed circles delineate 
otic veiscles. All images are at the same magnification. 
 
 

 

Figure 45. aldh1a2/a3 genes are not expressed in sensory hair cells 
nor in SAG neurons. 
(A-C'') Coronal sections of 48 hpf brn3c:GFP (A-A'', C-C'') and  islet3:GFP 
(B-B'') embryos stained by in situ hybridization for aldh1a2 (A-B'') or 
aldh1a3 (C-C''). None of the aldh1a genes is co-expressed with islet3 or 
brn3c. Dashed circles delineate otic vesicles. Posterior is to the right, 
medial is up. am, anterior macula; pm, posterior macula; SAG, 
statoacoustic ganglion. A-B'' and C-C'' are at same magnification.  
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The same analysis was done for RA degrading enzymes, cyp26a1, 

cyp26b1 and cyp26c1. cyp26a1 was expressed in the endodermal 

pouches underlying the otic vesicle, at both 30 and 48 hpf (Fig. 

44E,F), and thus was excluded from further analysis for co-

expression with brn3c or islet3. However, cyp26b1 and cyp26c1 

showed more interesting patterns of expression. cyp26b1 was 

expressed in a group of cells lying anterior to the otic vesicle at 30 

and 48 hpf, corresponding to the putative position of the anterior 

part of the SAG (Fig. 44G,H). cyp26c1 was also expressed in a 

group of cells located adjacent to the anterior otic wall at 30 hpf, 

and at 48 hpf could be detected also in a group of cells adjacent to 

the posterior otic wall (Fig. 44I,J). Coronal sections of 48 hpf 

brn3c:GFP and islet3:GFP embryos stained by in situ hybridization 

for cyp26b1 or cyp26c1 confirmed that cyp26b1 is expressed in a 

subset of SAG neurons (Fig. 46B'', C-C'', red arrowheads), while 

cyp26c1 is not (Fig. 46E-E''). 
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Figure 46.  cyp26b1 is expressed in a subset of the SAG neurons.  
(A-E'') Coronal sections of 48 hpf brn3c:GFP (A-A'', D-D'') and islet3:GFP 
(B-B'', E-E'') embryos stained by in situ hybridization for cyp26b1 and 
cyp26c1. Dashed circles delineate otic vesicles. The black quadrant in B'' 
labels the area shown enlarged in C-C''. Note the co-expression of 
cyp26b1 and GFP from islet3 promoter (red arrow in B'' and red 
arrowheads in C-C''). am, anterior macula; pm, posterior macula; SAG, 
statoacoustic ganglion. A-A'', C-C''  and B-B'', D-E'' are at same 
magnification. 
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3.2 The late role of retinoic acid in otic neurosensor y 

development 

 

The co-expression of cyp26b1 and islet3 raised the question of 

whether downregulation of RA is necessary to allow neurons to 

differentiate? This would be in contrast to the described roles of RA 

in the promotion of neuronal differentiation in cultured embryonic 

carcinoma or neuroblastoma cells (Jones-Villeneuve et al., 1982, 

Sidell et al., 1983, Andrews, 1984, Stavridis et al., 2010), or during 

the primary neurogenesis in Xenopus (Sharpe and Goldstone, 

1997, Franco et al., 1999). To test this hypothesis, I manipulated 

RA levels in islet3:GFP embryos by treatments with 20µM DEAB or 

with 20nM all-trans RA starting from 16 hpf, when the otic tbx1/her9 

expression is already established and the first neurog1 positive 

cells appeared in the neurogenic otic domain. The SAG size was 

analysed on coronal sections at 48 hpf (Fig. 47). The results show 

that the excess of RA leads to the decrease in total size of the SAG 

when compared with DMSO-treated controls (Fig. 47A-D''), while 

the inhibition of RA synthesis by DEAB leads to the increase in the 

SAG size (Fig. 47E-F''). 

 

The specification of the sensory maculae of the utricle and saccule 

occurs around 10 hpf (Millimaki et al., 2007), but the first hair cells 

start to accumulate after 22 hpf (Riley et al., 1997, Millimaki et al., 

2007, Sapéde and Pujades, 2010). To test the possible role of RA 

in cell differentiation within the sensory maculae, brn3c:GFP 

embryos were treated with exogenous 20nM RA from 20 hpf, and 

sensory maculae development was analysed at 72 hpf. Neither  
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Figure 47. Perturbation in RA levels leads to the a bnormal SAG 
development. 
(A-F’’) Coronal sections of DAPI stained islet3:GFP zebrafish embryos 
treated with 20nM RA (C-D’’), 30µM DEAB (E-F’’) or DMSO (A-B’’) from 
16-48 hpf. Two section, abutting whole ganglion, are shown for each 
treatment. Exogenous RA downregulated SAG neuronal development, 
and consequently the SAG is smaller (C and D) than in DMSO-treated 
controls (A and B), while DEAB induces the opposite phenotype (E and 
F). Red line in A, B, C and E delineates trigeminal ganglion, easy 
recognizable by the stronger GFP fluorescence. Dashed white circle 
delineates the otic vesicle epithelium. Anterior is to the left, medial is up.  
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Figure 48. The development of the anterior macula i s not affected by 
increased RA levels. 
(A-B') Sagittal sections of posterior macula showing GFP fluorescence 
under the control of brn3c promotor in 72 hpf embryos treated with DMSO 
(A,A') or 20nM RA from 20 hpf. No change in the size of anterior macula, 
nor in the number of hair cells, could be observed. All images are at the 
same magnification. 
 
 
macular size nor hair cell number within the two maculae were 

changed (Fig. 48A-B' for anterior macula, and data not shown for 

posterior macula), suggesting that RA does not play a late role in 

promotion or inhibiton of hair cell differentiation in the sensory 

maculae. However, the expression pattern of aldh1a3 within the 

presumptive sensory cristae at 48 hpf suggests that RA function 

may be specific for these sensory epithelia, and analysis of the RA 

gain and loss of activity phenotypes should be done at later stages 

to make final conclusions. 
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The precise innervation of the mechanotransducing hair cells of the 

inner ear is the basis of the correct perception and transduction of 

the vestibular and auditory stimuli. This is accomplished through 

the spatiotemporal control of the development of the inner ear 

neurosensory elements. The neurogenic domain is established in 

the anteromedial part of the otic anlagen, and previous studies 

have investigated in detail the external signals and intrinsic factors 

involved in THE positive regulation of otic neurogenesis (Léger and 

Brand, 2002, Andermann et al., 2002, Abelló et al., 2007, Abelló et 

al., 2010). However, it is not known if neural competence is 

acquired only by cells within the anteromedial otic domain, or if 

repression of neural fate in the posterolateral domain is required to 

restrict the extent of the otic neurogenesis. The expression of a 

number of transcription factors complementary to the neurogenic 

domain (Abelló et al., 2007, Abelló et al, 2010) suggested that the 

second hypothesis might be true. 

 

In the present study, I identify her9, a zebrafish ortholog of mouse 

Hes1, as a key gene in regulating otic neurogenesis through the 

definition of the posterolateral nonneurogenic otic field. First, her9 

emerges as a novel otic patterning gene that represses proneural 

function and regulates the extent of the neurogenic domain. 

Second, Her9 acts downstream of Tbx1, linking these two families 

of transcription factors for the first time in the inner ear and 

suggesting that the reported role of Tbx1 in repression of the otic 

neurogenesis is in part mediated by the bHLH transcriptional 

repressor Her9. Third, I have identified retinoic acid (RA) signaling 

from the paraxial mesoderm as the upstream patterning signal of 
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the otic posterolateral genes tbx1 and her9. The results show that 

at the level of the cranial otic field, opposing RA and Hedgehog 

signaling position the boundary between the neurogenic and non-

neurogenic compartments. Finally, the preliminary results suggest 

that RA has the later inhibitory role over the otic neurogenesis, the 

function probably connected to the necessity to degrade RA cell 

autonomously in order to allow neuronal differentiation to proceed. 

 

1. Her genes in the inner ear development  

 

The role of Her9 in otic neurosensory development 

 

I have analyzed the expression pattern of different members of the 

her/hey family at the stages of the early otic neurogenesis. Out of 

four her/hey genes expressed in the inner ear, only her9 was 

expressed complementary to the neurogenic domain, suggesting 

its role as a patterning gene in the definition of the nonneurogenic 

otic territory. Indeed, loss of Her9 function leads to the ectopic 

neurogenesis, as revealed by the ectopic expression of the 

proneural genes neurod and neurod4 in the nonneurogenic 

domain. Surprisingly, the expression pattern of neurog1 did not 

change after Her9 blockade, suggesting a differential response of 

the proneural genes to the Her9 function, which is probably 

connected to the timing of the neuronal differentiation. 

 

At 48 hpf, when the otic neurogenesis ceases, statoacoustic 

ganglion (SAG) contains two morphologically distinguishable 

branches: one located anterior to the otocyst and the other located 

medially, between the otocyst and the hindbrain. Concomitant with  
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the change in neurod/d4 expression, the morphology of the 

statoacoustic ganglion (SAG) in Her9-depleted embryos was 

aberrant, displaying a ventral shift of its medial portion. If this 

affects, and how, the innervation of the hair cells within the sensory 

patches was not investigated in this study, but it deserves further 

attention. 

 

The loss of Her9 function did not significantly increase the number 

of islet3:GFP positive SAG neurons neither in the SAG as a whole, 

nor in each of its two main branches, suggesting that the ectopic 

neurod/d4-positive cells either do not delaminate from the otic 

epithelia, or they do not survive. The finding that ectopic neurod/d4-

expressing cells do not become supernumerary islet3-positive SAG 

neurons is in agreement with the reported phenotype of Her9 loss 

of function in the zebrafish neuroectoderm (Bae et al., 2005). 

There, in the absence of Her9 function, neurod4 expands to the 

nonneurogenic interproneuronal stripes, but this does not result in 

major changes in the expression of later neuronal subpopulation-

specific differentiation markers, such as islet1, tlx3, lim1 or pax2.1.  

 

The function of Hes1, the mammalian ortholog of her9, was 

analysed during the development of the sensory epithelia of the 

cochlea, utricle and saccule. There, Hes1 is expressed in 

supporting cells and negatively regulates hair cell differentiation by 

repressing proneural gene Math1 (Zheng et al., 2000, Zine et al., 

2001, Zine et al., 2002, Li et al., 2008, Tateya et al., 2011). 

Although zebrafish does not develop cochlea, the loss of Her9 

function does not affect the hair cell number in any of the sensory 
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patches, including the three cristae. However, due to the genomic 

duplication in the teleosts (Amores et al., 1998, Postlethwait et al., 

2000), this function might be performed by another Hes1 ortholog, 

namely her6. The onset and maintenance of her6 expression in two 

sensory maculae from 18 hpf onwards correlates with the onset of 

hair cell differentiation processes in these sensory epithelia. Her6 

was proposed, together with Her4, to direct the maintenance of 

cyclic gene expression coordination among adjacent cells in the 

presomitic mesoderm during somitogenesis, the role that is 

conserved with that of the Hes1 in mouse. On the contrary, her9 is 

not expressed in the presomitic mesoderm, neither in developing 

somites at relevant stages, strongly suggesting that also in the 

inner ear Her6, and not Her9, might function to regulate the hair 

cell number in the sensory epithelia, like Hes1 does in mouse. The 

part of my future plans is to block Her6 function by morpholino 

injection approach and to test this hypothesis. 

  

The regulation and role of Her4 during inner ear 

development 

 

Another candidate for the negative regulation of the hair cell 

differentiation within the sensory epithelia is her4. Its mouse 

ortholog Hes5 was shown to inhibit hair cell differentiation in the 

developing cochlea, saccule and utricle (Zine et al., 2001). 

Although I found that her4 is expressed in the sensory maculae at 

the time of hair cells differentiation, blocking Her4 function by 

morpholino injections did not affect the expression of hair cell 

specification markers atoh1b and atoh1a. However, this does not 

exclude the possibility that Her4 regulates some later aspects of 

hair cell maturation, or their survival, and further studies will be  



 129 

                                                                Discussion   

performed to answer this question. In addition, the upstream 

activator/s of her4 expression within these sensory domains 

remained unknown, and it will be an exciting task to search for 

such molecule/s and to explain why and how her4 expression is 

differentially established in otic neurogenic and sensory domains. 

 

In the chick otic placode, Notch target Hes5 was proposed to 

negatively regulate neurogenesis within the neurogenic domain 

through the mechanism of lateral inhibition, due to its mosaic 

expression with delta1-positive neuroblasts (Abelló et al., 2007). In 

zebrafish, her4 expression was lost from the otic neurogenic 

domain after Notch signaling blockade and in neurog1-/- mutant 

embryos, suggesting that her4 is involved in the selection of 

neuronal precursors via lateral inhibition mechanism. However, the 

initial experiments showed that blockade of Her4 function by 

morpholino injection did not cause any obvious change in the 

density of neurog1- and neurod-positive cells within the neurogenic 

domain, the phenotype that would be expected when the 

mechanism of lateral inhibition is blocked. Although more detailed 

analysis of the phenotype must be done to make final conclusion, it 

is also possible that other Hes5 orthologs, not analyzed in this 

study, such as her2 and her12, are expressed in the otic 

neurogenic domain and could compensate for the loss of Her4. 

 

In the developing trigeminal ganglion, her4 is coexpressed with 

islet1/2 in differentiating neurons that once were neurog1-positive 

and loss of Her4 function does not affect the neuronal number, but 

the formation of periferal projections from the ganglion (So et al., 
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2009). This opens the door to a new area of the study, since 

occasionally I could detect her4-expressing cells outside the otic 

epihelium, at the location that corresponds to the presumptive SAG 

rudiment at 24 hpf. 

 

The next interesting question is: does the loss of Her9 or Her4 

function affect the hearing and/or equilibrium of the fishes and if it 

does, how? In a pilot auditory test in which Her9-depleted zebrafish 

embryos were stimulated at 8 dpf with a short 300Hz sound stimuli, 

the time fishes needed to generate the escape response was 

longer than in control animals and they moved less far away (data 

not shown). Unfortunately, since her9 is also expressed in the 

central nervous system, one cannot exclude that this phenotype is 

a result of the possible impairment in the motor neuron 

development, and not merely the effect of the inner ear neuronal 

misspatterning. To exclude the possible role of CNS in this case, it 

is reccomendable to perform spatially restricted loss of Her9 

function, such that Her9 activity stays intact in the CNS. This could 

be achieved through the construction and injection of a vector 

which will express a dominant-negative form of Her9 under the 

control of promoter sequences of pan-otic markers, such as cldna 

(claudin a) or stm (starmaker). The dominant-negative form of Her9 

should be generated such that it can form dimers but cannot bind 

to the DNA. In this way it would sequester endogenous, functional 

Her9 proteins, and this would finally lead to the reduced otic Her9 

function. 
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Her9 as the mediator of Tbx1 activity during otic 

neurogenesis 

 

In the mouse inner ear, Tbx1 acts to restrict the neurogenesis by 

inhibiting proneural function of NeuroD (Raft et al., 2004, Xu et al., 

2007). Here, I validate this result in zebrafish and we have  

postulated that this function is mediated by Her9 transcriptional 

repressor. In zebrafish, the genetic relation between T-box and Her 

gene families was demonstrated so far only in the anterior 

presomitic mesoderm, where Tbx24 activates the expression of 

her1 during somitogenesis (Nikaido et al., 2002, Brend and Holley, 

2009). Recently it was shown that Tbx1-null cells isolated from 

mouse embryos downregulate Hes1 and that Hes1 mutation 

phenocopies some of the aspects of the DiGeorge syndrome 

related to the development of the pharyngeal arches (van Bueren 

et al., 2010). This suggested that Hes1 might function downstream 

of Tbx1 during the development of these embryonic structures. 

However, the inner ear defects seen in Tbx1-/- mouse mutants 

were never connected with Hes1 loss of function. Our data indicate 

that Tbx1 acts as an activator of her9 transcription in the inner ear: 

abrogation of Tbx1 leads to a complete loss of otic her9 expression 

and overexpression of Tbx1 leads to the ectopic expression of her9 

concomitant with the inhibition of neurod. The activation of her9 in 

the inner ear by Tbx1 is probably direct, since both genes are 

established at the same time in the otic placode and her9 

abolishment in van gogh mutants is observed already at 15.5 hpf, 

the earliest stage analyzed in the work, only 1.5h after the normal 

onset of her9 expression in the otic placode. Moreover, the 
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analysis of the genome sequences upstream of her9 coding region 

indicated the presence of T-box binding site, strongly arguing for 

the possibility of direct  regulation by Tbx1. T-box genes act mainly 

as transcriptional activators, with only Tbx2, Tbx3 and Tbx20 

reported to act as repressors (Carreira et al., 1998, He et al., 1999, 

Prince et al., 2004, Stennard et al., 2005).  

 

The surprising fact that in van gogh mutants otic neurog1 

expression is expanded, the effect not attributable to the Her9 

function, might mean that Tbx1 act as a direct transcriptional 

repressor of neurog1 or that Tbx1 activates other downstream 

targets to additionaly control the otic neurogenesis. Along with 

these lines, van gogh embryos display a severely disrupted 

semicircular canal formation, with a resulting failure to develop 

sensory cristae (Whitfield et al., 1996, Piotrowski et al., 2003). 

Defects in semicircular canal formation were not found in Her9-

depleted embryos, which suggests that Tbx1 activates targets 

other than her9 that mediate its role in the otic morphogenesis. 

 

Fgf signals are implicated in Tbx1-mediated control of pharyngeal 

development (Vitelli et al., 2002, Xu et al., 2004, Hu et al., 2004). It 

is tentative to postulate that Tbx1 also regulates otic Fgf signals, 

known to be a key players in the development of the otic 

neurosensory elements. In the otic epithelium of Tbx1-/- mouse 

mutants, Fgf3 expression is expanded along with Neurog1 and 

NeuroD (Raft et al., 2004), while Fgf10 expression, labeling the  

presumptive vestibular sensory epithelium, is lost from the lateral 

otic epithelium, but not from the SAG (Vitelli et al., 2003). This 

makes Fgf10 a good candidate for Tbx1 downstream target in the 

regulation of the development of the inner ear vestibular structures. 
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The other proposed Tbx1 targets for this function include Bmp4 

and Otx1, both regulating the development of the semicircular 

canals and their associated cristae (Vitelli et al., 2003, Raft et al., 

2004, Whitfield and colleagues, 2009-oral talk in the 18th CDB 

meeting, Kobe, Japan). 

 

RA-Tbx1-Her9 cascade in otic proliferation 

 

Blockade of RA signaling by DEAB or ablation of Tbx1/Her9 

function both led to the decrease in the size of the otic vesicle, 

while treatments with exogenous RA and occasionally Tbx1 

overexpression led to the otic size enlargement. In mouse, Tbx1 

regulates the proliferation of the otic epithelial cells, as shown by 

decreased staining for a mitotic marker phospho-Histone H3 within 

the Tbx1-expressing domain in Tbx1-/- embryos (Xu et al., 2007). 

Moreover, the cells that were Tbx1-positive once in their lives 

populate most of the mature otocyst, and vesicles with impaired 

Tbx1 function do not develop semicircular canals and their 

associated cristae, nor the cochlea, pointing to the importance of 

the cell proliferation within the Tbx1-positive domain (Vitelli et al., 

2003, Raft et al., 2004, Arnold et al., 2006). Similar phenotype is 

observed in zebrafish van gogh mutants (Whitfield et al., 1996, 

Piotrowski and Nusslein-Volhard, 2000), although at the stages  we 

analyzed the size of the otic vesicles was variable, and few 

embryos with no decrease in the otic size could also be found. 

 

In Her9 loss of function study, the decrease in otic vesicle size was 

quantified and was approximately 16% when compared to the 
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controls. Hes genes were reported to regulate cell proliferation 

through the transcriptional downregulation of cell cycle inhibitors, 

such as p27Kip1, in mouse cochlea (Murata et al., 2009), and here I 

validate this finding for the early posterolater otic epithelia by 

showing that cdkn1bl (zebrafish ortholog of p27Kip1) and anti-pH3 

are up- and downregulated, respectively, within the her9-positive 

otic epithelium in Her9-depleted embryos. However, the structures 

thought to derive from the tbx1/her9-expressing domain, such as 

lateral and posterior semicircular canals, do develop in Her9-

depleted zebrafish, arguing that some other target mediates the 

role of Tbx1 in expanding that part of the mature inner ear. 

Moreover, lateral and posterior sensory cristae develop normally in 

Her9-inhibited embryos, and this is in agreement with Murata and 

colleagues, who show that dysregulation of p27Kip1  in mouse 

cochlea did not lead to a precocious differentiation of hair cells.  

 

Retinoic acid is repeatedly reported to have growth-inhibitory and 

differentiation-inducing properties, for example in different 

carcinoma cell lines (see for example: Ozeki and Shively, 2008) 

and in chick otic vesicle explants, where the addition of RA inhibits 

vesicular growth and causes the precocious development of the 

endolymphatic sac and sensory epithelia (Represa et al., 1990). 

Interestingly, this paper shows that, in the presence of RA, vesicles 

growed inwardly, with external side exposed to higher RA 

concentration and internal side exposed to lower RA concentration. 

This might mean that lower RA concentrations still permitted cell 

proliferation on the internal vesicle surface. In agreement with this, 

I treated zebrafish embryos with very low RA concentrations 

(20nM) and observed the enlargement of the otic vesicles. 

Treatments with higher RA concentration (50nM) during the same  
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time window led to the decrease in the otic vesicle size (data not 

shown), pointing to the concentration-dependent response of the 

otic vesicle to the RA. Intriguingly, the smaller otic vesicle from 

these treatments expressed tbx1 allover otic epithelium, suggesting 

that inhibition of cell proliferation by high RA levels can overcome 

Tbx1 mediated supression of cell cycle inhibitors, probably acting 

directly on other cell cycle regulators. However, low levels of RA 

probably promote otic cell proliferation through the transcriptional 

activation of the Tbx1, which in turn activates her9, implicating this 

genetic network in the control of the cell proliferation within the 

nonneurogenic otic epithelium. 

 

Since the expansion of the otic neurogensis, seen in van gogh and 

Her9-depleted embryos, may be due to the decreased cell 

poliferation in the posterolateral otic domain and not to the real 

neuronal misspecification, double staining was performed to detect 

neurod-positive cells within the tbx1-positive domain in van gogh 

and Her9-depleted embryos, confirming that tbx1-positive cells 

switched their cell fate. Thus, the role Tbx1 has in otic cell 

proliferation is probably connected to the development of the later 

forming semicircular canals, and not to the spatial restriction of the 

neurogenesis which is mediated by Her9. This means that RA-

Tbx1-Her9 genetic network plays dual role during the inner ear 

development: a role in negative regulation of the otic neurogenesis, 

and a role in the control of the otic vesicle growth. 
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2. Extrinsic regulators of the inner ear 

anteroposterior patterning 

 

The role of retinoic acid in the otic neurogenic pa tterning 

 

The evidence for a Notch-independent regulation of Hes/her genes 

is accumulating. In particular, in the floor plate, her9 expression 

requires active Nodal signaling (Latimer et al., 2005), whereas in 

the nonneurogenic interproneuronal stripes her3 and her9 are 

controlled by BMP signaling (Bae et al., 2005). I investigated which 

positional cues regulate the expression of posterolateral otic genes 

her9 and tbx1 and found that their establishment and maintenance 

is also Notch-independent. Surprisingly, the expression of her4 in 

the presumptive sensory maculae was also Notch-independent, 

and this, together with Notch-independent regulation of her4 

expression in the trigeminal ganglion (Yeo et al., 2007), opens the 

question of the regulators of the her4 expression in these sensory 

territories. 

 

RA signaling is one of the major patterning signals during 

embryonic development and it has strong influence on the 

development of craniofacial structures and the hindbrain (Grandel 

et al., 2002, Linville et al., 2004, Maves and Kimmel, 2005,  Linville 

et al., 2009). In embryonic tissues, RA is produced by the activity of 

Aldh1a2 and Aldh1a3 enzymes, which oxidize retinaldehyde into 

RA. At 14 hpf, when assymetric expression of tbx1 and her9 along 

the otic AP axis is established in zebrafish, aldh1a2 is expressed in 

somites and paraxial mesoderm posterolateral to the otic placode.  
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Mouse mutants for Aldh1a2 display lateralization of the otic vesicle 

(Niederreither et al., 2000), but the role of RA in anteroposterior 

otic patterning was not investigated so far, neither in mouse nor in 

zebrafish. At earlier stages RA is required for the otic induction: in 

zebrafish the excess of RA induces supernumerary or enlarged otic 

vesicles, while blocking RA signaling decreased the otic induction 

(Phillips et al., 2001, Hans and Westerfield, 2007). Hans and 

Westerfield have suggested that precise levels of RA are required 

to determine the extent of the otic competence domain 

independently of hindbrain signals involved in otic induction. Thus, I 

manipulated RA levels after the period of otic specification to 

address the role of this signaling pathway in the otic AP patterning. 

Consequently, no supernumerary otic vesicles could be observed 

in experiments in which RA levels were elevated, nor the hindbrain 

was misspaterned. I found that exogenous RA induced tbx1 and 

her9 ectopically, while loss of RA signaling suppressed the otic 

expression of both genes. Consequently, these manipulations 

affected the development of the nonneurogenic domain and the 

expression of proneural genes, such as neurog1 and neurod. 

These results support a genetic network in which RA from the 

cranial mesoderm activates Tbx1 in the posterolateral part of the 

otic placode, which in turn activates her9 to restrict the otic 

neurogenesis to the anterior otic domain. Recent report from Wu 

and colleagues demonstrates the relation between RA and Tbx1, 

and the report place this network upstream of the NeuroD 

expression in the chick inner ear (Bok et al., 2011). These and our 

results suggest that the RA-Tbx1 network has conserved role in 

negative regulation of the otic neurogenesis, in zebrafish and chick, 
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and it would be interesting to analyse if this network also exists in 

mouse, where the repressive role of Tbx1 was first demonstrated 

(Raft et al., 2004). 

 

Several lines of evidence demonstrate that the induction of 

posterolateral otic genes is independent of hindbrain patterning. 

First, decreasing RA signaling from 10.5 hpf onwards completely 

abolished tbx1 and her9 expression, while AP patterning of the 

hindbrain, revealed by krox20 expression, did not changed. 

Second, in valb337 mutants, in which rhombomeres 5 and 6 are 

misspecified, otic tbx1 and her9 expression patterns are 

unaffected. In the abovementioned study in chick, local source of 

RA was provided by implantation of the RA-coated beads next to 

the otic placode, avoiding thus the possible effects on hindbrain 

patterning (Bok et al., 2011). The results obtained from the study 

confirmed our finding that RA activates otic tbx1 expression 

independently of the hindbrain signals. In summary, the data from 

chick and our results strengthen the relevance of hindbrain-

independent RA signaling in the AP patterning of the inner ear and 

highlight RA as a novel extrinsic factor controlling the 

establishment of the posterior, nonneurogenic otic compartment. 

 

Hh signaling pathway in the otic neurogenic pattern ing 

 

In mouse, expression of Tbx1 in the pharyngeal endoderm is 

directed by a specific enhancer located 14.3 kb upstream of the 

coding sequence (Yamagishi et al., 2003). This regulatory region is 

responsive to Sonic hedgehog (Shh), an action mediated by the 

Foxc1 and Foxc2 transription factors, but it remains to be explored 

whether it also regulates Tbx1 expression in the inner ear. 
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In zebrafish otic territory, rather than a loss, I detected an 

expansion of tbx1 expression upon Hh inhibition. This suggests 

either that independent enhancer elements control the ear and 

mesenchyme tbx1 expression or that downstream effectors of the 

Hh pathway, together with ear context specific transcription factors, 

inhibit rather than activate tbx1 transcription. The mechanism 

through which Hh signaling regulates otic tbx1 expression seems 

not to involve  modulation of the RA levels, suggesting that cross-

talk between the two pathways is not direct, although the analysis 

of the Hh activity upon RA level modulation needs to be done to 

confirm this. Retinoic acid response element (RARE) sequence 

was found in upstream region of the zebrafish shh gene, and in 

HeLa cell system retinoic acid receptors and retinoic X receptors 

are able to activate the transcription from this regulatory sequence 

(Chang et al., 1997). In vivo, RA was shown to induce Shh during 

pectoral fin bud development (Hoffman et al., 2002). This permits 

modeling a scenario in which RA could activate Hh in the midline 

structures to restrict its own activity, or the expression of tbx1,within 

the otic territory. This hypothesis, although very speculative, 

deserves further investigation. 

 

In accordance with our results obtained from the loss of Hh function 

experiments, Hammond and colleagues reported the 

downregulation of the otic tbx1 expression when Hh signaling was 

overactivated within the otic epithelium (Hammond et al., 2010). 

Recent report implicated the Hedgehog signaling in the positive 

regulation of otic neurogenesis (Sàpede and Pujades, 2010), and 

here we refine these data by providing evidence that Hh acts first 
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on tbx1, which then regulates the expression of the proneural 

genes. 

 

Fgf signaling pathway in the otic neurogenesis 

 

Fgf signals are well established regulators of the otic induction and 

development. In agreement with the published data that suggest a 

sequential requirement of Fgfs in the inner ear development (Leger 

and Brand, 2002), our data demonstrate that a role of Fgf signals in 

otic induction could be dissociated from a subsequent role in neural 

specification at 50% epiboly. Otic induction was completely 

abrogated in Fgf-depleted embryos from 4.3 hpf, whereas otic 

growth and neural specification were impaired in SU5402-treated 

embryos from 50% epiboly (5.3 hpf). Once the anteromedial otic 

field is neural specified at 7 hpf, Fgf signaling is only required for 

otic growth and the tbx1 expression pattern does not change. This 

indicates that the establishment of tbx1 expression by RA activity is 

independent of Fgf signaling, but that the anterior limit of tbx1 

expression is set up by the previous step of specification of the 

neurogenic domain. By contrast, the posteromedial domain is not 

fully determined to a neurogenic fate until 18 hpf, as tbx1 can be 

ectopically induced after Hh inhibition until this stage. Interestingly, 

this reveals spatiotemporal control of the determination of the 

neurogenic domain: anterior field is specified before the posterior, 

in agreement with the results published for the chick otic 

neurogenesis (Bell et al., 2008).  
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Do Fgf and RA signaling cross-talk to regulate the otic 

patterning? 

 

Surprisingly, otic tbx1 expression was reduced or abolished in 

embryos treated with Fgf signaling inhibitor SU5402 from 5.3 hpf. 

RA and Fgf signaling counteract each other during somitogenesis, 

posterior spinal cord neurogenesis and hindbrain development 

(Diez del Corral et al., 2003, White et al., 2007). The results show 

that at early gastrula stages, but not later, Fgf activity is necessary 

for the establishment of the mesodermal aldh1a2 expression in 

zebrafish embryos, as shown previously for Xenopus embryos 

(Shiotsugu et al., 2004). The fact that tbx1 expression is reduced in 

the otic vesicle when ald1ha2 from cranial mesoderm, but not from 

somites, is lost in embryos treated with SU5402 from 50% epiboly 

onwards, favors a major role of cranial mesodermal Aldh1a2 

activity in setting up tbx1 expression. 

 

On the other hand, we saw that short treatments with exogenous 

RA, prior to the establishment of the otic tbx1/her9 expression, led 

to the medial shift of fgf8 and fgf3 expression at 24 hpf (data not 

shown). In zebrafish, both genes act redundantly to drive the otic 

neurogenesis (Leger and Brand, 2002). It would be interesting to 

test if the early mesodermal fgf3 and endodermal fgf8 expression 

(Maves et al., 2007, Nechiporuk et al., 2007) expands to include 

the preotic ectodermal territory, where these genes would specify 

the neurogenic territory like it is the case for Fgf8 in chick (Abelló et 

al., 2010). If yes, I would like to analyse the role of RA in the 

establishment of this Fgf-positive ectodermal domain. Our 
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laboratory currently dispose of aldh1a2+/- mutant zebrafish adults, 

which in combination with temporally controlled manipulations of 

RA levels (by treatments with RA or DEAB) will contribute to the 

more comprehensive understanding of the possible RA-Fgf 

interaction. In addition, tbx1 was reported to regulate the 

expression of different Fgf signals during the development of the 

mouse pharyngeal endoderm and the otic vesicle (Vitelli et al., 

2002, Xu et al., 2004, Raft et al., 2004, Hu et al., 2004) and might 

mediate the potential role RA has over the otic Fgf signaling. Thus, 

I would also like to analyse what happens with the expression of 

different otic Fgf ligands after Tbx1 overexpression, or in van gogh 

mutant embryos.  
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3. The role of RA in the late development of the 

otic vesicle 

 

RA signaling affects the inner ear development at multiple points. 

After the role in the otic induction and the early otic neurogenic vs 

nonneurogenic patterning, RA starts to be synthesized 

endogenously, within the otic anlagen, by Aldh1a3 enzyme. The 

putative RA activity within the otic territory is the best assessed 

through the comparison of the expression patterns of Aldh1as and 

Cyp26s, its synthesizing and metabolizing enzymes. This is 

particularly truth for the zebrafish embryos, where the existing 

RARE:GFP or YFP lines do not report endogenous RA activity 

within the inner ear. Although CRBPs and CRABPs expression 

could also be detected in the  otic epithelium in mammalian 

embryos (Ruberte et al., 1992, Kelley et al., 1993, Ylikoski et al., 

1994, Romand et al., 2000), loss of function studies have revealed 

that these proteins are dispensable for inner ear development and 

function (Lampron et al., 1995, Romand et al., 2000). On the other 

hand, expression patterns of RAR and RXR receptors in the inner 

ear (Dollé et al., 1994, Raz and Kelley, 1999, Romand et al., 2002) 

does not necessarily reflect where and when RA binds to these 

molecules and affects downstream targets. 

 

In mouse there are three Aldh1a enzymes involved in RA 

synthesis, but only two orthologs exist in zebrafish. aldh1a2 seems 

not to be expressed within the otic epithelium (Pittlik et al., 2008 

and our results), while aldh1a3 have dynamic pattern of 

expression. At early otic vesicle stage it is expressed in a narrow 



 144 

anteromedial band, proposed to correspond to the future sensory 

epithelia of the utricular macula (Pittlik et al., 2008), while at 48 hpf  

it is reported that aldh1a3 expression domain coincides with the 

position of the utricular macula, all three sensory cristae and 

nascent endolymphatic duct (Pittlik et al., 2008, Dutton et al., 

2009). However, our results did not confirm coexpression of 

aldh1a3 and brn3c (hair cell marker) within the utricular macula, 

and instead placed aldh1a3 in the zone between the two maculae, 

probable corresponding to the future endolymphatic duct rudiment. 

Since aldh1a3 expression was analyzed at 48 hpf, when hair cell 

maturation within the sensory cristae is just starting we could not 

detect expression of brn3c within the sensory epithelia, but the 

expression of aldh1a3 within the thickenned otic epithelium 

suggests that indeed aldh1a3 is expressed in the sensory cristae. 

Analysis at later stages needs to be done to conclude if this 

expression is confined to the hair cells or supporting cells or to the 

both. 

 

In each prosensory region, the first hair cell appears in a specific 

region of the epithelium, and in the case of the utricular macula it is 

the centre of the patch where first differentiated hair cell can be 

identified. As development continues, additional hair cells appear in 

a stereotyped manner, depending on the sensory patch (reviewed 

in Whitfield et al., 2002, Kelley, 2006). The expression of aldh1a3  

first in a single domain (at 45 hpf, data not shown) and later only at 

the borders of the putative anterior crista suggests that RA 

signaling might promote hair cell differentiation within the sensory 

territories. RA and FGF signaling together are reported to regulate 

cell differentiation during, for example, the extension of the body 

axis or in the embryonic stem cell cultures (Diez del Corral et al., 
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2003, Stavridis et al., 2010). In the latter work, RA initially activates 

Fgf signals to promote loss of self renewal properties of the 

embryonic stem cell, but later attenuates Fgfs to allow the onset of 

cell differentiation. fgf10, a gene essential for the development of 

the sensory cristae in mouse (Pauley et al., 2003), is also 

expressed in the three cristae in 48 hpf zebrafish embryos. Retinoic 

acid is reported to positively regulate fgf10 expression during the 

development of the pectoral fin (Gibert et al., 2006) and it would be 

interesting to analyse if such interaction also occurs in the inner 

ear. In this scenario, RA synthesized within the otic epithelium by 

Aldh1a3 would activate or attenuate fgf10 expression within the 

sensory cristae, and this would provide the correct subsequent hair 

cell differentiation. I will test this hypothesis by analysing what 

happens with hair cell formation in aldh1a3-/- mutant zebrafish 

embryos. In a way, this will be a temporally controlled experiment 

and the possible effects will be otic autonomous, since aldh1a3 

expression is initiated quite late and only in the otic epithelium, 

while the surrounding tissues do not activate the expression of this 

gene. Why nascent hair cells have to downregulate aldh1a3 

expression in the centre of the sensory epithelium and through 

which mechanism this is acomplished is another interesting 

question, and it deserves further attention. 

 

Another intriguing question arises from the observed coexpression 

of RA metabolizing enzyme cyp26b1 and neuronal marker islet3 

within the part of the SAG. In the hindbrain nonneurogenic 

rhombomere centres, Cyp26b1 is identified as a main inhibitor of 

neuronal differentiation, a result that contrasts our findings 

(Gonzalez-Quevedo et al., 2010). The blockade of RA synthesis 

after the tbx1/her9-expressing domain is established, leads to the 
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increase in the number of SAG neurons. This result suggests that 

RA indeed needs to be downregulated to allow neuronal 

differentiation to proceed, a hypothesis already postulated above 

for the hair cell development within the sensory cristae. To really 

involve cyp26b1 in this loss of RA phenotype I will inject cyp26b1 

morpholino, to specifically block only the function of this gene, and I 

will analyse how the formation of the SAG neurons is affected. 

 

Alternatively, Islet3-positive SAG neurons may activate cyp26b1 

expression to promote the formation of the putative RA gradient at 

the level of the otic vesicle, which in turns would provide the correct 

spatiotemporal appearance of the later forming otic structures, 

such as semicircular canals, sensory cristae, and endolymphatic 

duct, all of them being affected when RA levels are exogenously 

manipulated. The existence of such a gradient was proven at the 

caudal hindbrain level, but the information lacks for when the otic 

field is concern. The putative RA gradient over otic territory 

probably would be complex and dynamic, since the expression 

patterns of RA synthesizing and degrading enzymes within and 

adjacent to the otic field are changing in space and time. The RA 

gradient dynamics may further account for the complex RA 

contribution to the final three-dimensional organization of the fully 

functional, mature inner ear. 
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                                                              Conclusions   

 

1. In zebrafish, members of the hairy and Enhancer of split 

family of transcriptional repressors are differentially 

expressed within the otic epithelium, being her4, her6 

and hey1 expressed in neurogenic and/or prosensory 

domains, while her9 is transcribed in the posterolateral, 

nonneurogenic territory. 

 

2. her4 expression in the neurogenic domain of the otic 

placode is positively regulated by Notch signaling and 

depends on Neurog1 function, while the establishment 

and/or maintenance of the posterolateral otic genes, 

such as tbx1 and her9 is Notch-independent. 

 

3. The expression pattern of her9 coincides with the 

expression of tbx1 and both genes are established in 

the placode before the onset of the expression of 

proneural genes, such as neurog1, suggesting they may 

act as prepatterning genes. 

 

4. Her9 is the otic repressor of proneural function in the 

posterolateral otic domain, as revealed by ectopic 

neurod and neurod4 expression in Her9 loss of function 

study. 

 

5. Her9, in contrast to its mouse ortholog Hes1, does not 

regulate the development of the sensory maculae, 

neither the early development of the sensory cristae. 
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6. Her9 does not regulate the expression of other 

posterolateral otic genes, such as lmx1b1 and tbx1. 

7. Tbx1 represses otic neurogenesis in zebrafish, being 

this role conserved with that of Tbx1 in mouse and 

chick. 

 

8. Her9 is a downstream target of Tbx1. 

 

9. Her9 and Tbx1 are established in the posterolateral otic 

domain by positive action of retinoic acid signaling 

emanating from the paraxial mesoderm. 

 

10. The expression of RA synthesis enzyme Aldh1a2 in 

paraxial mesoderm is positively regulated by early, 

gastrula stages, Fgf signaling, while later Fgf signaling 

does not influence neither aldh1a2 expression nor the 

establishment of the posterolateral otic genes. 

 

11. Tbx1 null mutants, Her9-depleted and DEAB-treated 

embryos all develop smaller vesicles, suggesting the 

role of RA-Tbx1-Her9 genetic cascade in the regulation 

of otic cell proliferation. Her9 negatively regulates the 

expression of cell cycle inhibitor cdkn1bl and promotes 

mitosis in the posterolateral otic territory. 

 

12. Perturbation in RA levels, after the posterolater genes 

were established in the otic placode, affect SAG 

development, while the same manipulations do not 

affect sensory developmental. 



 153 

                                                              Conclusions   

 

13. cyp26b1, a gene encoding RA degrading enzyme, is 

expressed in a subset of the islet3 positive SAG 

neurons. 
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Embryos and staging 

 

All the experiments performed for this thesis were done using 

zebrafish embryos. Embryos from wild-type (AB) strain, transgenic 

lines Tg(isl2:gfp)zc7 (also called islet3:GFP, Pittman et al., 2008) 

and Tg(Brn3c:GAP43-GFP)s356t (also called brn3c:GFP, Xiao et 

al., 2005) were grown at 28°C, staged according to standard 

protocols (Kimmel et al., 1995) and fixed at the indicated 

timepoints. Mutant homozygotic vgotm208 (Piotrowski et al., 2003), 

valb337 (Moens et al., 1996) and  neurog1hi1059 (Golling et al., 2002, 

Madelaine and Blader, 2011) embryos were obtained by pairwise 

mating of heterozygous adult carriers. 

 

     Genotyping vgotm208 and valb337 mutants 

 

The A to T transition mutation in the vgotm208 mutant allele leads to 

the loss of an AlwN1 restriction site in the tbx1 gene. Primers for 

genotyping this mutant are designed to flank the sequence in which 

the mutation occurs. Val mutation disrupts the PvuII restriction site 

within the valentino gene and primers for genotyping are designed 

to amplify this sequence. 

 

              Genomic DNA extraction: XNAT2 Extract-N-Amp kit         

              (Sigma): 

  

1. anesthetize the adult fish in Tricaine solution (Sigma, 

A5040) and cut the fin (approx. 1/4) 
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2. put the fin into clean 1.5ml eppendorf tube with the 

identification number of the fish 

3. mix 4 volumes (25 µl) extraction buffer and 1 volume (6,25 

µl) Tissue Preparation solution, vortex and spin down 

4. add 31.25 µl  of the prepared solution to each sample, 

vortex 15 sec and spin down, then incubate 10 min at 55ºC 

5. incubate 3 min at 95ºC to inactivate proteinase K 

6. add 25  µl of Neutralization solution to each sample, vortex 

15 sec and spin downstream 

7. use 1 µl of obtained DNA for PCR genotyping 

 

         Polymerase chain reaction (PCR) 

 

The following PCR mix was prepared on ice: 

 

5µl 10x PCR buffer             (final conc. 1X, EUROBIO) 

2µl 50mM MgCl2                           (final conc. 2mM, EUROBIO) 

1µl 10mM dNTPs                (final conc. 0.2mM) 

1µl cDNA template     

0.8µl 10µM 5' primer           (final conc. 0.8µM) 

0.8µl 10µM 3' primer           (final conc. 0.8µM) 

0.2µl 6U/µl Taq Pol             (final conc. 0.024U/µl, EUROBIO) 

39.2µl ddH2O 

 

Primers used for vgotm208 genotyping: 

5'-vgo: 5'-GCTCTGGAGTGAACTTGATTACCTG-3' 

3'-vgo:5'-AACGGTCAAGTAGGCCTGTAGCTAC-3' 
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Primers used for valb337 genotyping: 

5'-val: 5' GAT CGC GCC GTA CTG GTG TT 3' 

3'-val:5' GAT CGC GCC GTA CTG GTG TT 3' 

 

PCR program for vgotm208 mutants 

 

94ºC              4 min                        

94ºC              60 sec 

57ºC              40 sec            32x 

72                  80 sec                      

72ºC               7 min 

4ºC                 hold 

 

PCR program for valb337 mutants 

 

94ºC              5 min                        

94ºC              1 min 

61ºC              1 min            32x 

72                  2 min                        

72ºC               7 min 

4ºC                 hold 

 

Digestion of the products was done 3h at 37ºC: 

10µl PCR reaction mixture 

2µl restriction buffer 

1µl restriction enzyme (AlwN1 for vgotm208 , PvuII for valb337) 

7µl ddH2O 
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The products were run on 3% agarose gel. Homozygotic mutants 

give only one band. 

 

Morpholino and capped mRNA injections 

 

The her4-MO (Gene Tools) (So et al., 2009) was injected at 

concentration 0.02 mM. This morpholino is designed to block the 

translation of her4 mRNA transcript and its sequence is: 5'-ATT 

GCT GTG TGT CTT GTG TTC AGT T-3'. The efficiency of the 

her4-MO injections was assessed by the specific loss of GFP 

signal from the Tg(her4:EGFP)y83 transgenic line (Yeo et al., 2007). 

 

The her9-MO (Gene Tools) (Bae et al., 2005) was injected at 

concentration 0.5 mM. This morpholino is directed against the 

splice donor site of the first intron in her9 pre-mRNA transcript, and 

its sequence is 5′-GTG ATT TTT ACC TTT CTA TGC TCG C-3′. 

Efficiency of the her9-MO was assessed by reverse transcriptase 

PCR using primers designed to amplify sequences flanking the first 

intron of the her9 pre-mRNA transcript (125 bp long, Ensembl 

RefSeq peptide, accession number NP_571948): 

5'-her9: 5'-AGG GAC TCA CAC TCT CTC TCG T-3' 

3'-her9: 5'-CTG CCC AAG GCT CTC GTT-3'. 
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       RNA isolation: 

 

RNA isolation was done using Trizol (Invitrogen, 15596-026) 

extraction protocol: 

 

add 800µl Trizol to 35 dechorionated uninjected or her9-MO 

injected zebrafish embryos and incubate 5 minutes (min) at 

room temperature 

add 160µl chloroform (Fluka, 25690) and vortex 15 seconds 

(sec), incubate 3 min at room temperature and centrifuge 

15 min at 4ºC, 12000 rcf (g) 

keep upper phase and add 500µl phenol (Sigma, P4557) and 

100µl chloroform, then centrifuge 15 min at 4ºC, 12000 rcf 

keep upper phase and add 400µl 2-propanol (Fluka, 59304), 

incubate 10 min at room temperature and centrifuge 10 min 

at 4ºC, 12000 rcf 

keep the pellet and add the 800µl 70% EtOH (Merck), 

centrifuge 5 min at 4ºC, 7600 rcf 

dry the pellet and dilute in 25µl ddH2O 

 

     Reverse transcription  

 

Reverse transcription of obtained RNA was done using SuperScript 

III Reverse Transcriptase Kit from Invitrogen: 

 

add 1µl of 50µM oligodT to 10µl of RNA obtained from Trizol 

extraction, incubate 5 min at 65ºC 
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add 1µl 0.1M dTT 

 

                  4µl 5x First Strand Buffer 

                  2µl 10mM dNTPs 

                  1µl SS III RT-enzyme 

                  1µl RNAs inhibitors 

 

          and  incubate 1h at 50ºC   

 

Inactivate reaction by incubation at 70ºC for 10 min 

use 1µl for PCR, the rest store at -20ºC 

 

    Polymerase chain reaction (PCR) 

 

Preparation of PCR mix was done on ice and it contained: 

 

5µl 10x PCR buffer             (final conc. 1X, EUROBIO) 

2µl 50mM MgCl2                           (final conc. 2mM, EUROBIO) 

1µl 10mM dNTPs               (final conc. 0.2mM) 

1µl cDNA template     

0.8µl 10µM 5'-her9 primer   (final conc. 0.8µM) 

0.8µl 10µM 3'-her9 primer   (final conc. 0.8µM) 

0.2µl 6U/µl Taq Pol             (final conc. 0.024U/µl, EUROBIO) 

39.2µl ddH2O 

 

PCR program: 

94ºC        2 min                         

94ºC        35 sec 

58ºC        30 sec           35x 
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72ºC        1 min                         

72ºC        5 min 

4ºC          hold 

 

The products of PCR reaction were run on 2% agarose gel. 

 

tbx1 capped mRNA was synthesized from tbx1 full-length cDNA 

(Piotrowski et al., 2003). First, the following mix was prepared: 

 

2µl 3µg/µl tbx1 full-length cDNA 

2.5µl Not1 

4µl Buffer H 

31.5µl ddH2O 

 

-incubation O/N at 37ºC 

-run the gel 

-purify the band from the gel using DNA Gel Extraction Kit 

 

mRNA was transcribed from the purified linearized DNA using the 

mMESSAGE mMACHINE Kit (Applied Biosystems) and SP6 RNA 

polymerase: 

 

6µl linearized DNA 

10µl 2x NTP/CAP 

2µl 10x reaction buffer 

2µl SP& enzyme mix 

 

-incubation 2h at 37ºC 
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-add 1µl Turbo DNAse, mix well and incubate 15 min at 37ºC 

-precipitate using Kit reagents 

-quantify by nanodrop and dilute to 500ng/µl 

 

tbx1 mRNA was injected in 1 cell-stage zebrafish embryos at 250 

ng/µl. 

 

In situ  hybridization and immunohistochemistry 

 

Antisense RNA probe synthesis 

 

Antisense RNA probe synthesis was done by in vitro transcription 

of the linearized DNA vectors. The vectors carried the sequence of 

interest, flanked by T3, T7 or SP6 RNA polymerases sequence. 

The restriction enzymes and polymerases used to synthesize each 

of the probes are given in Table 1. 

 

DNA linearization, protein degradation and DNA purification: 

 

1. incubate 2h at 37ºC the following mix  

  5µl  2-3µg/µl DNA          (final ammount 10-15µg) 

             3µl  restriction enzyme (final conc. 0.015U/µl) 

             10µl 10x buffer               (final conc 1x) 

             82µl ddH2O 

2. spin down and add 5µl 10mg/ml proteinase K and 5µl 

10%SDS, vortex, spin down and incubate 30 min at 37ºC 
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3. add 100µl phenol, vortex and centrifuge 5 min at 4ºC at 

max velocity 

4. keep upper layer and add 50µl phenol and 50µl chloroform, 

vortex and centrifuge 5 min at 4ºC at max velocity 

5. keep upper layer and add 225µl 100%EtOH, vortex, spin 

down and incubate 2h at -20ºC 

6. centrifuge 15 min at 4ºC 

7. remove the supernatant and add 500µl 70% EtOH to the 

pellet, centrifuge 15 min at 4ºC 

8. dry the pellet 10 min at room temperature and dilute in 10µl 

ddH2O 

 

Zebrafish 
gene 

Restriction 

enzyme 

RNA 

polymerase 

aldh1a2 KpnI T7 

aldh1a3 NotI T3 

atoh1a HindIII T7 

atoh1b BamHI T7 

cdkn1bl Not1 T3 

cdkn1c Not1 T3 

cyp26a1 SalI T7 

cyp26b1 EcoRI SP6 

cyp26c1 XbaI SP& 

her4 XhoI T3 

her6 HindIII T7 

her9 SalI SP6 

hey1 NotI T7 

hoxb4 KpnI T3 



 166 

Zebrafish 
gene 

Restriction 

enzyme 

RNA 

polymerase 

krox20 XbaI T3 

lmx1b1 EcoRI T7 

neurog1 XhoI T7 

neurod EcoRI T7 

neurod4 BamHI T7 

pea3 NotI T7 

ptc1 BamHI T3 

tbx1 HindIII T7 
 
Table 1. Restriction enzymes and RNA polymerases us ed for 
generation of the probes for in situ hybridization 
 

In vitro transcription, DNA degradation, RNA precipitation and RNA 

purification: 

 

1. incubate 3h at 37ºC the following mix 

             1µl of linearized DNA            (approx. 1µg) 

             2µl 10x transcription buffer    (final conc. 1x) 

             4µl Digoxigenin-UTP mix (Dig-UTP, UTP, ATP, CTP 

                   and GTP), or Fluorescein NTP mix 

             2µl RNA polymerase             (final conc. 2U/µl) 

             1µl RNAs inhibitor                 (final conc. 2U7µl) 

             10µl ddH2O 

2. spin down, degrade DNA by adding 2µl DNAseI-RNAse free 

(approx. 20U) and incubate 30 min at 37ºC, then spin down 

3. precipitate RNA with: 70µl ddH2O, 10µl 4M LiCl and 300µl 

100%EtOH, vortex, spin down and incubate 1h at -20ºC 

4. centrifuge 10 min at 4ºC 
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5. keep the pellet, add 400µl 70%EtOH, centrifuge 10 min at 

4ºC 

6. dry the pellet and resuspend in 20µl ddH2O 

7. store at -20ºC 

 

Whole-mount in situ hybridization (ISH) in zebrafish embryos 

 

Single whole mount in situ hybridization was carried out with DIG-

labeled RNA probes and alkaline-phosphatase coupled anti-DIG 

antibody (anti-DIG-AP), which was then detected with NBT/BCIP 

according to Thisse et al., 2004. 

 

ISH protocol: 

 

1. dechorionate embryos 

2. fix the embryos at desired stages with 4% 

paraformaldehyde (PFA) in PBS overnight at 4ºC 

3. wash the embryos 2 x 5 min with PBS-0.1%Tween-20 

solution (PBT) 

 

            Pre-treatments 

 

4. dehydrate embryos with 100% MeOH at least 1h at -20ºC 

5. rehydrate embryos gradually by rinsing them at room 

temperature 10 min with 75% MeOH, 10 min 50% MeOH, 

10 min 25% MeOH and 2 x 10 min PBT 
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6. incubate embryos with proteinase K (10mg/ml, 1/1000 in 

PBT) for 10 min if they are younger than 48 hpf, or for 20 

min if they are 48 hpf or older 

7. wash 5 min with PBT 

8. postfic with 4% PFA for 40 min 

 

            Hybridization 

 

9. prehybridize the embryos with the hybridization buffer, 1h at 

70ºC 

 

          Hybridization buffer: 25ml 100% formaldehyde (FAD) 

                                           12,5ml 20x SSC pH 4.5 

                                           250µl   10mg/ml heparin 

                                           1ml       25mg/ml tRNA 

                                           500µl   10% Tween-20 

                                           125µl   1M citric acid pH 6.0 

                                           10,5ml  ddH2O 

 

10. hybridize the embryos with probes diluted in hybridization 

buffer 1/200, overnignht at 70ºC 

 

             Washes 

 

11. incubate embryos with: 

Wash 1, 10 min at 70ºC 

Wash 2, 10 min at 70ºC 

Wash 3, 10 min at 70ºC 

Wash 4, 10 min at 70ºC 

Wash 5, 2x30 min at 70ºC 
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            PBT 2x10 min at room temperature 

            HYB- buffer:   32,5ml 100% FAD 

                                12,5ml 20x SSC 

                                500µl 10% Tween-20 

                                4,5ml ddH2O 

 

         Wash 1: 75% HYB- / 25% 2xSSC 

         Wash 2: 50% HYB- / 50% 2xSSC 

         Wash 3: 25% HYB- / 75% 2xSSC 

         Wash 4: 2xSSC  

         Wash 5: 0.5xSSC 

 

          Immunohistochemistry 

 

12. incubate embryos 4h at room temperature with blocking 

solution (2% Bovine serum albumin (BSA), 

10% heat inactivated goat serum (NGS), 0,1%PBT) 

13. incubate embryos overnight at 4ºC with anti-DIG-AP diluted 

in blocking solution 1:4000 

14. wash 10x10 min with PBT 

15. incubate the embryos 3x 10 min with alkaline phosphatase 

buffer:  

 

Alkaline phosphatase buffer 

   5ml 1M Tris-HCl pH 9.5 (final conc. 100mM) 

              2,5ml 1M MgCl2             (final conc. 50mM) 

              1ml 5M NaCl                 (final conc. 100mM) 

              1ml 10% Tween-20       (final conc. 0,1%) 
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  100µl Triton X-100        (final conc. 0,2%) 

 

16. Develop the reaction by incubating embryos in the dark with 

the following solution: 

45µl NBT 

35µl BCIP 

10ml alkaline phosphatase buffer 

17. stop reaction with PBT 

18. wash overnight with PBT and postfix with 4%PFA, 2h at 

room temperature 

 

DISH-chromogenic double in situ hybridization: 

 

-the same as single ISH 

-after developing the first reaction with NBT/BCIP,  stop the 

reaction by washing embryos 2-4x with ddH2O 

-incubate embryos with 500µl 0.1M glycine (pH2.2) 10 min at RT 

-wash 4x5 min with o.1%PBT 

-incubate with anti-fluorescein-AP antibody (1:4000 in blocking 

solution) overnight at 4ºC 

-wash 5x20 min with 0.1% PBT 

-develop the reaction in dark with 30µl INT/BCIP mix (stock 

solution: 33mg/ml NBT and 33mg/ml BCIP) in 5ml NTMT solution 

-stop the reaction by incubation with 0.1%PBT. 
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DISH using Fast Red tablets (Roche): 

 

The protocol is the same as normal chromogenic DISH, except that 

the second developing solution is:  

-one tablet of Fast Red in 2ml 0.1M Tris-Hcl (pH5.2), dissolved by 

vortexing. 

 

Anti-GFP and anti-pH3 immunostaining  

 

-after ISH is developed, postfix embryos fith 4%PFA for 30 min 

-incubate with blocking solution ( 2% BSA, 10% NGS, 0.1% PBT) 

1h at RT 

-incubate overnight at 4ºCwith primary antibody (mouse anti-GFP 

or rabbit anti-phospho-histone H3, Millipore) diluted 1/400 in 

blocking solution,  

-wash 10x10 min with 0.1% PBT 

-incubate overnight at 4ºC with secondary antibody (anti-mouse or 

anti-rabbit Alexa Fluor 488, Invitrogen) diluted 1/400 in blocking 

solution  

-wash 10x10 min with 0.1% PBT 

-detect fluorescence under the fluorescent scope 
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Pharmacological treatments 

 

DAPT treatments 

 

In order to asses the role of Notch pathway in the establishment of 

her genes in the inner ear, dechorionated zebrafish embryos were 

incubated at 28.5ºC, in dark, with y-secretase inhibitor DAPT (N-[N-

(3,5 - diuorophenacetyl) - l - alanyl] - S - phenylglicine t-butyl ester) 

(Calbiochem, 565770). The stock solution was 50 mM DAPT, in 

DMSO (dimethyl sulfoxide, Sigma)) and it was stored at -20ºC. The 

final solution, 150 µM DAPT, was prepared by diluting the stock 

solution in system water 3:1000. For control treatments DMSO was 

diluted in system water at 3:1000 proportion, and applied over 

dechorionated embryos. 

 

Retinoic acid and DEAB treatments 

 

Stock solutions, 10 µM for RA (Sigma, R 2625)) and 10 mM for 4-

(diethylamino)-benzaldehyde (DEAB, Sigma, D86256) were made 

in DMSO and kept at -20ºC. The final solutions were made just 

before the treatments, and were 20 nM RA (dilution: 1/500 in 

system water) and 20 µM DEAB (1/500 in system water). For 

control treatments, DMSO was diluted in system water at 1/500. 

Embryos were dechorionated, and after the addition of the 

treatment solution were incubated at 28.5ºC, in dark.  

Treatments with DEAB were done from 10.5 hpf stage until the 

sacrification of the embryos, while treatments with RA were done 

from 10.5-12 hpf, then embryos were washed several times with 

system water and incubated, until the sacrification, at 28.5ºC. 
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SU5402 treatments 

 

Dechorionated zebrafish embryos were incubated with 60 µM  

SU5402 (Calbiochem, 572630), a potent pharmacological inhibitor 

of Fgf signaling. Incubations were done in dark, at 28.5ºC, starting 

from different embryonic stages until the sacrification of the animals 

(at 24 hpf or 30 hpf). The final solution was made in system water, 

from the 5mM SU5402 stock solution (kept at -20ºC, in DMSO). 

Dilution was 6/500. Corresponding control DMSO solution was 

made by diluting DMSO in system water in proportion 6/500. 

 

Cyclopamine A  treatments 

 

Cyclopamine A (CyA, LC Laboratories, C-8700) was kept at -20ºC 

as a 10mM stock solution (in ethanol, EtOH, Merck). The final 

dilution in system water was 1/100. For control treatments 

corresponding EtOH dilution was made (1/100 in system water). 

Embryos were dechorionated before the treatments, and the 

incubation with CyA or EtOH was performed for consecutive 3-hour 

periods starting from different time points, after that embryos were 

washed with system water and let to grow until sacrification. All the 

incubations were done in dar, at 28.5ºC. 

Cotreatment with 100 µM  CyA and 20 nM RA was done from 10.5-

14.5 hfp, then embryos were washed with system water and let to 

grow until sacrification, in dark, at 28.5ºC. As a control, embryos 

were treated either with corresponding dilution of EtOH or with 

DMSO. 
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Cotreatments with 20 nM RA and 150 µM DAPT, or with 100 µM 

CyA and 150 µM DAPT were done from 10.5 hpf until the 

sacrification of the embryos, and DMSO was used in control 

treatments. 

 

Neuronal and hair cell number countings 

 

Statoacoustic ganglionar neurons were counted from the z stack 

(average step was 1µm) images of the coronal sections of 48 hpf 

uninjected or her9-MO injected islet3:GFP embryos. The images 

were taken at 40x magnification using a Leica DM6000B 

fluorescence microscope with DFC300KX camera under the control 

of LAS-AF (Leica Application Suite Advanced Fluorescence 1.8) 

software. 

Hair cells were counted from images taken from sagittal and 

transversal sections of 48 and 96 hpf brn3c:GFP embryos.  

 

      Cryostat sectioning 

 

1. fix embryos with 4% PFA overnight at 4ºC 

2. wash 3x 10 min with PBT 

3. transfer embryos to 15% sucrose in PBS until the embryos 

sink (approx. 1h) 

4. incubate embryos with 15%s sucrose / 7.5% gelatin in PBS 

for 30 min at 37ºC 

5. place embryos in cryomold under the scope to obtained the 

desired section orientation 

6. cool isopentane (2-methylbutane) at -80ºC 
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7. immerse the block with embryo into pre-cooled isopentane 

for 30-45 sec 

8. keep the frozen blocks at -20ºC until sectioning 

 

 

9. section with cryostat at 20 µm step and collect the sections 

on Superfrost slides 

10. mount sections with mowiol 

 

Student t-test was used for the analysis of neuronal and anti-pH3-

postive cell countings. 

 

 

 

 

 

 

 

 

 

 

 

 



 176 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



 177 

 

 

 

 

 

 

 

BIBLIOGRAPHY 

 

 

 

 

 

 

 

 

 

 

 

 



 178 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



 179 

Abelló G., Khatri S., Giraldez F. and Alsina B., 20 07. Early 
regionalization of the otic placode and its regulation by the Notch signaling 
pathway. Mech Dev. 124: 631-645. 
 
Abelló G. and Alsina B., 2007.  Establishment of a proneural field in the 
inner ear. Int J Dev Biol. 51: 483-493. 
 
Abelló G., Khatri S., Radosevic M., Scotting PJ., G iraldez F. and 
Alsina B., 2010. Independent regulation of Sox3 and Lmx1b by FGF and 
BMP signaling influences the neurogenic and non-neurogenic domains in 
the chick otic placode. Dev Biol. 339: 166-178. 
  
Adam J., Myat A., le Roux I., Eddison M., Henrique D., Ish-Horowicz 
D. and Lewis J., 1998.  Cell fate choices and the expression of Notch,, 
Delta and Serrate homologues in the chick inner ear: parallels with 
Drosophila sense organ development. Development 125: 4645-4654. 
 
Adamska M., Léger S., Brand M., Hadrys T., Braun T.  and Bober E., 
2000. Inner ear and lateral line expression of a zebrafish Nkx5.1 gene and 
its downregulation in the ears of FGF8 mutant, ace. Mech Dev. 97: 161-
165. 
 
Akazawa C., Sasai Y., Nakanishi S. and Kageyama R.,  1992. Molecular 
characterization of a rat negative regulator with a basic helix-loop-helix 
structure predominantly expressed in the developing nervous system. J 
Biol Chem. 267: 21879-21885. 
 
Akazawa C. Ishibashi M., Shimizu C., Nakanishi S. a nd Kageyama R., 
1995. A mammalian helix-loop-helix factor structurally related to the 
product of Drosophila proneural gene atonal is a positive transcriptional 
regulator expressed in the developing nervous system. J Biol Chem. 270: 
8730-8738. 
 
AlexanderT., Nolte C. and Krumlauf R., 2009.  Hox genes and 
segmentation of the hindbrain and axial skeleton. Annu Rev Cell Dev Biol. 
25: 431-456. 
 
Alsina B., Abelló G., Ulloa E., Henrique D., Pujade s C. and Giraldez 
F., 2004. FGF signaling is required for determination of otic neuroblasts in 
the chick embryo. Dev Biol. 267: 119-134. 
 
Alvarez Y., Alonso MT., Vendrell V., Zelarayan LC.,  Chamero P., Theil 
T., Bösl MR., Kato S., Maconochie M., Riethmacher D ., and 
Schimmang T., 2003.  Requirements for FGF3 and FGF10 during inner 
ear formation. Development 130: 6329-6338. 
 
Amores A., Force A., Yan YL., Joly L., Amemiya C., Fritz A., Ho RK., 
Langeland J., Prince V., Wang YL., Westerfield M., Ekker M. and 



 180 

Postlethwait JH., 1998.  Zebrafish hox clusters and vertebrate genome 
evolution. Science 282: 1711-1714. 
 
Amoyel M., Cheng YC., Jiang YJ. and Wilkinson DG., 2005. Wnt1 
regulates neurogenesis and mediates lateral inhibition of boundary cell 
specification in the zebrafish hindbrain. Development 132: 775-785. 
 
Andermann P., Ungos J. and Raible DW., 2002. Neurogenin1 defines 
zebrafish cranial sensory ganglia precursors. Dev. Biol. 251: 45-58. 
 
Andrews PA., 1984.  Retinoic acid induces neuronal differentiation of a 
cloned human embryonal carcinoma cell line in vitro. Dev Biol. 103: 28–
293. 
 
Apfel C., Bauer F., Crettaz M., Forni L., Kamber M. , Kaufmann F., Le 
Motte P., Pirson W., and Klaus M., (1992).  A retinoic acid receptor alpha 
antagonist selectively counteracts retinoic acid effects. Proc Natl Acad 
Sci. 89: 7129–7133. 
 
Arnold JS., Braunstein EM., Ohyama T., Groves AK., Adams JC., 
Brown MC., Morrow BE., 2006. Tissue-specific roles of Tbx1 in the 
development of the outer, middle and inner ear, defective in 22q11DS 
patients. Hum Mol Genet. 15: 1629-1639. 
 
Artavanis-Tsakonas S., Rand MD. and Lake RJ., 1999.  Notch signaling: 
cell fate control and signal integration in development. Science 5415: 770- 
776. 
 
Atchley WR. and Fitch WM., 1997.  A natural classification of the basic 
helix–loop–helix class of transcription factors. Proc Natl Acad Sci. 94: 
5172-5176. 
 
Bae SK., Bessho Y., Hojo M. and Kageyama R., 2000. The bHLH gene 
Hes6, an inhibitor of Hes1, promotes neuronal differentiation. 
Development 127: 2933-2943. 
 
Bae YK.., Shimizu T. and Hibi M., 2005.  Patterning of proneuronal and 
inter-proneuronal domains by hairy- and enhancer of split-related genes in 
zebrafish neuroectoderm. Development 132: 1375-1385. 
 
Baek JH., Hatakeyama J., Sakamoto S., Ohtsuka T. an d Kageyama 
R., 2006. Persistent and high levels of Hes1 expression regulate 
boundary formation in the developing central nervous system. 
Development 133: 2467-2476. 
 
Balmer JE. and Blomhoff R., 2002. Gene expression regulation by 
retinoic acid. J Lipid Res. 43: 1773-1808. 
 



 181 

Bamshad M., Li RC., Law DJ., Watkins WC., Krakowiak  PA., Moore 
ME., Franceschini P., Lala R., Holmes LB., Gebuhr T C., Bruneau BG., 
Schinzel A., Seidman JG., Seidman CE. and Jorde LB. , 1997. 
Mutations in human TBX3 alter limb, apocrine and genital development in 
ulnar-mammary syndrome. Nat Genet. 16: 311-315. 
 
Begemann G., Schilling TF., Rauch GJ., Geisler R. a nd Ingham PW., 
2001. The zebrafish neckless mutation reveals a requirement for raldh2 in 
mesodermal signals that pattern the hindbrain. Development 128: 3081-
3094. 
 
Bell D., Streit A., Gorospe I., Varela-Nieto I., Al sina B. and Giraldez F., 
2008. Spatial and temporal segregation of auditory and vestibular neurons 
in the otic placode. Dev Biol. 322: 109-120. 
 
Bertrand N., Castro DS. and Guillemot F., 2002.  Proneural genes and 
the specification of neural cell types. Nat Rev Neurosci. 3: 517-530. 
 
Bessho Y., Miyoshi G., Sakata R. and Kageyama R., 2 001. Hes7: a 
bHLH-type repressor gene regulated by Notch and expressed in the 
presomitic mesoderm. Genes cells 6: 175-185. 
 
Bever MM. and Fekete DM., 2002.  Atlas of the Developing Inner Ear in 
Zebrafish. Dev Dyn. 223: 536-543. 
 
Blentic A., Gale E. and Maden M., 2003.  Retinoic acid signalling centres 
in the avian embryo identified by sites of expression of synthesising and 
catabolising enzymes. Dev Dyn 227:114–127. 
 
Blumberg B., Bolado J., Moreno TA., Kintner C., Eva ns RM. and 
Papalopulu N., 1997. An essential role for retinoid signaling in 
anteroposterior neural patterning. Development 124: 373-379. 
 
Bok J., Bronner-Fraser M and Wu DK., 2005. Role of the hindbrain in 
dorsoventral but not anteroposterior axial specification of the inner ear. 
Development 132: 2115-2124. 
 
Bok J., Chang W and Wu DK., 2007. Patterning and morphogenesis of 
the vertebrate inner ear. Int J Dev Biol. 51: 521-533. 
 
Bok J., Raft S., Kong KA., Koo SK., Drager UC. and Wu DK., 
2011.Transient retinoic acid signaling confers anterior-posterior polarity to 
the inner ear. Proc Natl Acad Sci., 108: 161-166. 
 
Brend T. and Holley SA., 2009.  Expression of the oscillating gene her1 is 
directly regulated by Hairy/Enhancer of Split, T-box, and Suppressor of 
Hairless proteins in the zebrafish segmentation clock. Dev Dyn. 238: 
2745-2759. 
 



 182 

Campos-Ortega JA. and Jan YN., 1991.  Genetic and molecular bases of 
neurogenesis in Drosophila melanogaster. Annu Rev Neurosci. 14:  399-
420. 
 
Campos-Ortega JA., 1993.  Mechanisms of early neurogenesis in 
Drosophila melanogaster. J Neurobiol. 24: 1305-1327. 
 
Carreira S., Dexter TJ., Yavuzer U., Easty DJ. and Goding CR., 1998.  
Brachyury-related transcription factor Tbx2 and repression of the 
melanocyte-specific TRP-1 promoter. Mol Cell Biol. 18: 5099-5108. 
 
Chang BE., Blader P., Fischer N., Ingham PW. And St rahle U., 1997. 
Axial (HNF3beta) and retinoic acid receptors are regulators of the 
zebrafish sonic hedgehog promoter. EMBO 16: 3955-3964. 
 
Chapouton P., Webb KJ., Stigloher C., Alunni A., Ad olf B., Hesl B., 
Topp S., Kremmer E. and Bally-Cuif L., 2011.  Expression of 
hairy/enhancer of split genes in neural progenitors and neurogenesis 
domains of the adult zebrafish brain. J Comp Neurol. doi: 
10.1002/cne.22599. 
 
Chen H., Thiagalingam A., Chopra H., Borges MW., Fe der JN., Nelkin 
BD., Baylin SB and Ball DW., 1997.   Conservation of the Drosophila 
lateral inhibition pathway in human lung cancer: A hairy-related protein 
(HES-1) directly represses achaete-scute homolog-1 expression. Proc 
Natl Acad Sci. 94: 5355-5360. 
 
Chen JK., Taipale J., Cooper MK. and Beachy PA., 20 02. Inhibition of 
Hedgehog signaling by direct binding of cyclopamine to Smoothened. 
Genes Dev. 16: 2743–2748. 
 
Choo D., Sanne JL. and Wu DK., 1998. The differential sensitivities of 
inner ear structures to retinoic acid during development. Dev Biol. 204: 
136-150. 
 
Choo D., Ward J., Reece A., Dou H., Lin Z. and Grei nwald J., 2006.  
Molecular mechanisms underlying inner ear patterning defects in kreisler 
mutants. Dev Biol. 289: 308-317. 
 
Conlon RA., 1995 . Retinoic acid and pattern formation in vertebrates. 
Trend Genet. 11: 314-319. 
 
Davis RL., Cheng PF., Lassar AB. and Weitraub H., 1 990. The MyoD 
DNA binding domain contains a recognition code for muscle-specific gene 
activation. Cell 60: 733-746. 
 
Dawson SR., Turner DL., Weintraub H. and Parkhurst SM., 1995. 
Specificity for the Hairy/Enhancer of split basic helix-loop- helix (bHLH) 



 183 

proteins maps outside the bHLH domain and suggests two separable 
modes of transcriptional repression. Mol Cell Biol. 15: 6923-6931. 
 
Diez del Corral R., Olivera-Martinez I., Goriely A. , Gale E., Maden M. 
and Storey K., 2003.  Opposing FGF and retinoid pathways control 
ventral neural pattern, neuronal differentiation, and segmentation during 
body axis extension. Neuron 40: 65-79. 
 
Digilio MC., Pacifico C., Tieri L., Marino B., Gian notti A. and 
Dallapiccola B., 1999.  Audiological findings in patients with microdeletion 
22q11 (DiGeorge/velocardiofacial syndrome). Br J Audiol.33: 329-333. 
 
Dollé P., Fraulob V., Kastner P. and Chambon P., 19 94. Developmental 
expression of murine retinoid X receptor (RXR) genes. Mech Dev. 45: 91-
104. 
 
Dupé V. and Lumsden A., 2001. Hindbrain patterning involves graded 
responses to retinoic acid signalling. Development 128: 2199-2208. 
 
Durston,AJ., Timmermans JPM., Hage WJ., Hendriks HF J., de Vries 
NJ., Heideveld M. and Nieuwkoop PD., 1989. Retinoic acid causes an 
anteroposterior transformation in the developing central nervous system. 
Nature 340: 140-144. 
 
Dutton K., Abbas L., Spencer J., Brannon C., Mowbra y C., Nikaido M., 
Kelsh RN. and Whitfield TT., 2009.  A zebrafish model for Waardenburg 
syndrome type IV reveals diverse roles for Sox10 in the otic vesicle. Dis 
Model Mech. 2: 68-83. 
 
Eddison M., Le Roux I. and Lewis J., 2000.  Notch signaling in the 
development of the inner ear: lessons learned from Drosophila. Proc Natl 
Acad Sci.97: 11692–11699. 
 
Erkman L., McEvilly RJ., Luo L., Ryan AK., Hooshman d F., O'Connell 
SM., Keithley EM., Rapaport DH., Ryan AF. and Rosen feld MG., 1996.  
Role of transcription factors Brn-3.1 and Brn-3.2 in auditory and visual 
system development. Nature 381: 603-606. 
 
Esni F., Ghosh B., Biankin AV., Lin JW., Albert MA. , Yu X., 
MacDonald RJ., Civin CI., Real FX., Pack MA., Ball DW. and Leach 
SD., 2004. Notch inhibits Ptf1 function and acinar cell differentiation in 
developing mouse and zebrafish pancreas. Development 131: 4213-4224. 
 
Fishell G. and Kriegstein AR., 2003.  Neurons from radial glia: the 
consequences of asymmetric inheritance. Curr Opin Neurobiol. 13: 34-41. 
 
Fischer A. and Gessler M., 2007.  Delta-Notch-and then? Protein 
interactions and proposed modes of repression by Hes and Hey bHLH 
factors. Nucleic Acids Res. 35: 4583-4596. 



 184 

Fisher AL., Ohsako S. and Caudy M., 1996. The WRPW motif of the 
Hairy-related basic helix-loop-helix repressor proteins acts as a 4amino-
acid transcription repression and protein-protein interaction domain. Mol 
Cell Biol. 16: 2670-2677. 
 
Fisher A. and Caudy M., 1998.  The function of hairy-related bHLH 
repressor proteins in cell fate decisions. Bioessays 20: 298-306. 
 
Ford LC., Sulprizio SL. and Rasgon BM., 2000.  Otolaryngological 
manifestations of velocardiofacial syndrome: a retrospective review of 35 
patients. Laryngoscope 110: 362-367. 
 
Franco PG., Paganelli AR., Lopez SL. and Carrasco A E., 1999. 
Functional association of retinoic acid and hedgehog signaling in Xenopus 
primary neurogenesis. Development 126: 4257–4265. 
 
Gajewski M., Elmasri H., Girschick M., Sieger D. an d Winkler C., 2006 . 
Comparative analysis of her genes during fish somitogenesis suggests a 
mouse/chick-like mode of oscillation in medaka. Dev Genes Evol. 216: 
315-332. 
 
Gale E., Zile M. and Maden M., 1999.  Hindbrain respecification in the 
retinoid-deficient quail. Mech Dev. 89: 43-54 
 
Gallagher BC., Henry JJ. And Grainger RM., 1996.  Inductive processed 
leading to inner ear formation during Xenopus development. Dev Biol. 
175: 95-107. 
 
Gavalas A. and Krumlauf R., 2000.  Retinoid signalling and hindbrain 
patterning. Curr Opin Genet Dev. 10: 380-386. 
 
Geling A., Steiner H., Willem M., Bally-Cuif L. and  Haass C., 2002. A 
gamma-secretase inhibitor blocks Notch signaling in vivo and causes a 
severe neurogenic phenotype in zebrafish. EMBO  Rep. 3: 688-694. 
 
Geling A., Itoh M., Tallafuss A., Chapouton P., Tan nhäuser B., 
Kuwada JY., Chitnis AB. and Bally-Cuif L., 2003. bHLH transcription 
factor Her5 links patterning to regional inhibition of neurogenesis at the 
midbrain-hindbrain boundary. Development 130:1591-1604. 
 
Geling A., Plessy C., Rastegar S., Strähle U. and B ally-Cuif L., 2004.  
Her5 acts as a prepattern factor that blocks neurogenin1 and coe2 
expression upstream of Notch to inhibit neurogenesis at the midbrain-
hindbrain boundary. Development 131: 1993-2006. 
 
Gibert Y., Gajewski A., Meyer A. and Begemann G., 2 006. Induction 
and prepatterning of the zebrafish pectoral fin bud requires axial retinoic 
acid signaling. Development 133: 2649-2659. 
 



 185 

Golling G., Amsterdam A., Sun Z., Antonelli M., Mal donado E., Chen 
W., Burgess S., Haldi M., Artzt K., Farrington S., Lin SY. Nissen RM. 
and Hopkins N., 2002. Insertional mutagenesis in zebrafish rapidly 
identifies genes essential for early vertebrate development. Nat Genet. 
31: 135-140. 
 
Gonzalez-Quevedo R., Lee Y., Poss KD. and Wilkinson  DG., 2010. 
Neuronal regulation of the spatial patterning of neurogenesis. Dev Cell 18: 
136-147 
 
Götz M. and Huttner W., 2005.  The cell biology of neurogenesis. Nat Rev 
Mol Cell Biol. 6: 777-788. 
 
Grandel H., Lun K., Rauch GJ., Rhinn M., Piotrowski  T., Houart C., 
Sordino P., Kuchler AM., Schulte-Merker S., Geisler  R., Holder N., 
Wilson SW. and Brand M., 2002. Retinoic acid signalling in the zebrafish 
embryo is necessary during presegmentation stages to pattern the 
anterior-posterior axis of the CNS and to induce a pectoral fin bud. 
Development 129: 2851-2865. 
 
Gratton MO., Torban E., Jasmin SB. Theriault FM., G erman MS. and 
Stifani S., 2003.  Hes6 promotes cortical neurogenesis and inhibits Hes1 
transcription repression activity by multiple mechanisms. Mol Cell Biol. 23: 
6922-6935. 
 
Grbavec D. and Stifani S., 1996. Molecular interaction between TLE1 
and the carboxyl-terminal domain of HES-1 containing the WRPW 
domain. Biochem Biophys Res Commun. 223: 701-705. 
 
Grbavec D., Lo R., Liu Y. and Stifani S, 1998. Transducin-like Enhabcer 
of split 2, a mammalian homologue of Drosophila Groucho, acts as 
transcriptional repressor, interacts with Hairy/Enhancer of split proteins, 
and is expressed during neuronal development. Eur J Biochem. 258): 
339-349. 
 
Guidato S., Prin F. and Guthrie S., 2003.  Somatic motoneurone 
specification in the hindbrain: the influence of somite-derived signals, 
retinoic acid and Hoxa3. Development 130: 2981– 2996. 
 
Haddon C.,Jiang YJ., Smithers L. and Lewis J.,1998.  Delta-Notch 
signalling and the patterning of sensory cell differentiation in the zebrafish 
ear: evidence from the mind bomb mutant. Development 125: 4637-4644. 
 
Haddon C., Mowbray C., Whitfield T., Jones D., Gsch meissner S and 
Lewis J., 1999.  Hair cells without supporting cells: further studies in the 
ear of the zebrafish mind bomb mutant. J Neurocytol. 28: 837-850. 
 



 186 

Hammond KL., Loynes HE., Folarin AA., Smith J and W hitfield TT., 
2003. Hedgehog signalling is required for correst anteroposterior 
patterning of the zebrafish otic vesicle. Development 130: 1403-1417. 
 
Hammond KL., van Eeden FJ. and Whitfield TT., 2010.  Repression of 
Hedgehog signalling is required for the acquisition of dorsolateral cell 
fates in the zebrafish otic vesicle. Development 137: 1361-1371. 
 
Hans S. and Westerfield M., 2007. Changes in retinoic acid signaling 
alter otic patterning. Development 134: 2449-2458. 
 
Hartman J., Muller P., Foster JS., Wimalasena J., G ustafsson JA. And 
Strom A., 2004.  HES-1 inhibits 17b-estradiol and heregulin-b1-mediated 
upregulation of E2F-1.Oncogene 23: 8826-8833. 
 
Hartman BH., Basak O., Nelson BR., Taylor V., Bermi ngham-
McDonogh O., Reh TA., 2009. Hes5 expression in the postnatal and 
adult mouse inner ear and the drug-damaged cochlea. J Assoc Res 
Otolaryngol. 10: 321-340. 
 
Hatakeyama J., Bessho Y., Katoh K., Ookowara S., Fu jioka M., 
Guillemot F. and Kageyama R., 2004.  Hes genes regulate size, shape 
and histogenesis of the nervous system by control of the timing of neural 
stem cell differentiation. Development 131: 5539-5550. 
 
He M., Wen L., Campbell CE., Wu JY. and Rao Y., 199 9. Transcription 
repression by Xenopus ET and its human ortholog TBX3, a gene involved 
in ulnar-mammary syndrome. Proc Natl Acad Sci. 96: 10212-10217.  
 
Helms J., Thaller C. and Eichele G., 1994.  Relationship between retinoic 
acid and sonic hedgehog, two polarizing signals in the chick wing bud. 
Development 120: 3267-3274. 
 
Henrique D., Adam J., Myat A., Chitnis A., Lewis J.  and Ish-Horowicz 
D., 1995. Expression of a Delta homologue in prospective neurons in the 
chick. Nature 375: 787–790. 
 
Henry CA., Urban MK., Dill KK., Merlie JP., Page MF ., Kimmel CB. 
and Amacher SL., 2002.  Two linked hairy/Enhancer of split-related 
zebrafish genes, her1 and her7, function together to refine alternating 
somite boundaries. Development 129: 3693-3704. 

Herrmann BG., Labeit S., Poustka A., King TR. and L ehrach H., 1990.  
Cloning of the T gene required in mesoderm formation in the mouse. 
Nature 343: 617-622. 
 
Hirata H., Tomita K., Bessho Y. and Kageyama R., 20 01. Hes1 and 
Hes3 regulate maintenance of the isthmic organizer and development of 
the mid/hindbrain. EMBO J. 20: 4454-4466. 



 187 

 
Hirata H., Yoshiura S., Ohtsuka T., Bessho Y., Hara da T., Yoshikawa 
K. and Kageyama R., 2002.  Oscillatory expression of the bHLH factor 
Hes1 regulated by a negative feedback loop. Science 298: 840-843. 
 
Hoffman L., Miles J., Avaron F., Laforest L. and Ak imenko MA., 2002.  
Exogenous retinoic acid induces a stage-specific, transient and 
progressive extension of Sonic hedgehog expression across the pectoral 
fin bud of zebrafish. Int J Dev Biol. 46: 949-956. 
 
Hu T., Yamagishi H., Maeda J., McAnally J., Yamagis hi C. and 
Srivastava D., 2004. Tbx1 regulates fibroblast growth factors in the 
anterior heart field through a reinforcing autoregulatory loop involving 
forkhead transcription factors. Development 131: 5491-5502.  
 
Ingram WJ., McCue KI., Tran TH., Hallahan AR. and W ainwright BJ., 
2008. Sonic Hedgehog regulates Hes1 through a novel mechanism that is 
independent of canonical Notch pathway signalling. Oncogene 27: 1489-
1500. 
 
Ishibashi M., Sasai Y., Nakanishi S. and Kageyama R ., 1993. 
Molecular characterization of HES-2, a mammalina helix-loop-helix factor 
structurally related to Drosophila hairy and Enhancer of split. Eur J 
Biochem 215: 645-652. 
 
Ishibashi M., Moriyoshi K., Sasai Y.,  Shiota K., N akanishi S. and 
Kageyama R., 1994. Persistent expression of helix -loop -helix factor 
HES-1 prevents mammalian neural differentiation in the central nervous 
system. EMBO J. 13: 1799-1805. 
 
Ishibashi M., Ang SL., Shiota K., Nakanishi S., Kag eyama R. and 
Guillemot F., 1995. Targeted disruption of mammalian hairy and 
Enhancer of split homolog-1 (HES-1) leads to up-regulation of neural 
helix-loop-helix factors, premature neurogenesls, and severe neural tube 
defects. Genes Dev. 9: 3136-3148. 
 
Iso T., Kedes L. and Hamamori Y., 2003.  HES and HERP families: 
multiple effectors of the Notch signaling pathway. J Cell Physiol. 194: 237-
255. 
 
Jacobson AG., 1963.  The determination and positioning of the nose, lens 
and ear: III. Effects of reversing the antero-posterior axis of epidermis, 
neural plate and neural fold. J Exp Zool. 154: 293-303. 
 
Jarriault S., Brou C., Logeat F., Schroeter EH., Ko pan R., and Israel 
A., 1995. Signalling downstream of activated mammalian Notch. Nature 
377: 355-358. 
 



 188 

Jensen J., Pedersen EE., Galante P., Hald J., Helle r SR., Ishibashi M., 
Kageyama R., Guillemot F., Serup P. and Madsen OD.,  2000. Control 
of endodermal endocrine development by Hes-1. Nat Genet 24: 36-44. 
 
Jerome LA. and Papaioannou VE., 2001.  DiGeorge syndrome 
phenotype in mice mutant for the T-box gene, Tbx1. Nat Genet. 27: 286-
291. 
 
Johnson JE., Birren SJ. and Anderson DJ., 1990. Two rat homologues 
of Drosophila achaete-scute specifically expressed in neuronal 
precursors. Nature 346: 858-861. 
 
Johnson JE., Birren SJ., Saito T. and Anderson DJ.,  1992. DNA 
binding and transcriptional regulatory activity of mammalian achaete-scute 
homologous (MASH) proteins revealed by interaction with a muscle-
specific enhancer. Proc Natl Acad Sci. 89: 3596-3600. 
 
Johnson AT., Wang L., Standeven AM., Escobar M. and  
Chandraratna RA., 1999.  Synthesis and biological activity of high-affinity 
retinoic acid receptor antagonists. Bioorg Med Chem. 7: 1321-1338. 
 
Jones-Villeneuve EMV., McBurney MW., Rogers KA. and  Kalnins VI., 
1982. Retinoic acid induces embryonal carcinoma cells to differentiate into 
neurons and glial cells. J Cell Biol. 94: 253–262. 
 
Kageyama R. and Nakanishi S., 1997.  Helix-loop-helix factors in growth 
and differentiation of the vertebrate nervous system. Curr Opin Genet 
Dev. 7: 659-665. 
 
Kageyama R., Ohtsuka T. and Kobayashi T., 2007. The Hes gene 
family: repressors and oscillators that orchestrate embryogenesis. 
Development 134: 1243-1251. 
 
Kageyama R, Ohtsuka T, Shimojo H, Imayoshi I., 2008 . Dynamic Notch 
signaling in neural progenitor cells and a revised view of lateral inhibition. 
Nat Neurosci. 11: 1247-1251. 
 
Kelley MW., Xu XM., Wagner MA., Warchol ME. and Cor win JT., 1993.  
The developing organ of Corti contains retinoic acid and forms 
supernumerary hair cells in response to exogenous retinoic acid in 
culture. Development 119: 1041-1053. 
 
Kelley MW., 2006.  Regulation of cell fate in the sensory epithelia of the 
inner ear. Nat Rev Neurosci. 7: 837-849. 
 
Kiefer JC., 2004.  The Tbx-files: The truth is out there. Dev Dyn. 231: 232-
236. 
 



 189 

Kiernan AE., Ahituv N., Fuchs H., Balling R., Avrah am KB., Steel KP. 
and Hrabé de Angelis M., 2001. The Notch ligand Jagged1 is required 
for inner ear sensory development. Proc Natl Acad Sci. 98: 3873-3878. 
 
Kikonyogo A., Abriola DP., Dryjanski M. and Pietrus zko R., 1999. 
Mechanism of inhibition of aldehyde dehydrogenase by citral, a retinoid 
antagonist. Eur J Biochem 262:704–712. 
 
Kil SH., Streit A., Brown ST., Agrawal N., Collazo A., Zile MH. and 
Groves AK., 2005.  Distinct roles for hindbrain and paraxial mesoderm in 
the induction and patterning of the inner ear revealed by a study of 
vitamin-A deficient quail. Dev Biol. 285: 252-271. 
 
Kim WY., Fritzsch B., Serls A., Bakel LA., Huang EJ ., Reichardt LF., 
Barth DS. and Lee JE., 2001.  NeuroD-null mice are deaf due to a severe 
loss of the inner ear sensory neurons during development. Development 
128: 417-426. 
 
Kimmel CB., Ballard WW., Kimmel SR., Ullmann B and Schilling TF., 
1995. Stages of embryonic development of the zebrafish. Dev Dyn. 203: 
253-310. 
 
Kobayashi T., Mizuno H., Imayoshi I., Furusawa C., Shirahige K. and 
Kageyama R., 2009. The cyclic gene Hes1 contributes to diverse 
differentiation responses of embryonic stem cells. Genes Dev 23: 1870-
1875. 
 
Kobayashi T. and Kageyama R., 2010. Hes1 oscillation: making variable 
choices for stem cell differentiation. Cell Cycle 9: 207-208. 
 
Koyano-Nakagawa N., Kim J., Anderson D. and Kintner  C., 2000. 
Hes6 acts in a positive feedback loop with the neurogenins to promote 
neuronal differentiation. Development 127: 4203-4216. 
 
Kubo F. and Nakagawa S., 2009.  Hairy1 acts as a node downstream of 
Wnt signaling to maintain retinal stem cell-like progenitor cells in the chick 
ciliary marginal zone. Development 136: 1823-1833. 
 
Kudoh T., Wilson SW., Dawid IB., 2002. Distinct roles for Fgf, Wnt and 
retinoic acid in posteriorizing the neural ectoderm. Development 129: 
4335–4346. 
 
Kwak SJ., Phillips BT., Heck R. and Riley BB., 2002 . An expanded 
domain of fgf3 expression in the hindbrain of zebrafish valentino mutants 
results in misspatterning of the otic vesicle. Development 129: 5279-5287. 
 
Ladher RK., Anakwe KU., Gurney AL., Schoenwolf GC. and Francis-
West PH., 2000.  Identification of synergistic signals initiating inner ear 
development. Science 290: 1965-1967. 



 190 

 
Ladher RK., Wright TJ., Moon AM., Mansour SL. and S choenwolf 
GC., 2005. FGF8 initiates inner ear induction in chick and mouse. Genes 
Dev. 19: 603-613. 
 
Lampron C., Rochette-Egly C., Gorry P., Dollé P., M ark M., Lufkin T., 
LeMeur M. and Chambon P., 1995.  Mice deficient in cellular retinoic acid 
binding protein II (CRABPII) or in both CRABPI and CRABPII are 
essentially normal. Development 121: 539–548. 
 
Lanford PJ., Presson JC. and Popper AN., 1996.  Cell proliferation and 
hair cell addition in the ear of the goldfish, Carassius auratus. Hear Res. 
100: 1–9. 
 
Lanford PJ., Lan Y., Jiang R., Lindsell C., Weinmas ter G., Gridley T. 
and Kelley MW., 1999.  Notch signaling pathway mediates hair cell 
development in mammalian cochlea. Nat Genet. 21: 289-292. 
 
Lanford PJ., Shailam R., Norton CR., Gridley T. and  Kelley MW., 2000.  
Expression of Math1 and HES5 in the cochleae of wildtype and Jag2 
mutant mice. J Assoc Res Otolaryngol. 1: 161-171. 
 
Latimer AJ., Shin J. and Appel B., 2005.  Her9 promotes floor plate 
development in zebrafish. Dev Dyn. 232: 1098-1104. 
 
Lecaudey V., Ulloa E., Anselme I., Stedman A., Schn eider-Manoury S 
and Pujades C., 2007.  Role of the hindbrain in patterning the otic vesicle: 
a study of the zebrafish vhnf1 mutant. Dev Biol. 303: 134-143. 
 
Lee JE., Hollenberg SM., Snider L., Turner DL., Lip nick N. and 
Weintraub H., 1995.  Conversion of Xenopus ectoderm into neurons by 
NeuroD, a basic helix-loop-helix protein. Science 268: 836-844. 
 
Lefebvre PP., Malgrange B., Staecker H., Moonen G. and Van de 
Water TR., 1993.  Retinoic acid stimulates regeneration of mammalian 
auditory hair cells. Science 260: 692-695.  
 
Léger S and Brand M., 2002.  Fgf8 and Fgf3 are required for zebrafish 
ear placode induction, maintenance and inner ear patterning. Mech Dev. 
119: 91-108. 
 
Leve C., Gajewsk, M., Roh, KB. and Tautz D., 2001.  Homologues of 
chairy1 (her9) and lunatic fringe in zebrafish are expressed in the 
developing central nervous system, but not in the presomitic mesoderm. 
Dev Genes Evol. 211: 493-500. 
 
Li QY., Newbury-Ecob RA., Terrett JA., Wilson DI., Curtis AR., Yi CH., 
Gebuhr T., Bullen PJ., Robson SC., Strachan T., Bon net D., Lyonnet 



 191 

S. and Young ID., 1997.  Holt-Oram syndrome is caused by mutations in 
TBX5, a member of the Brachyury (T) gene family. Nat Genet. 15: 21-29. 
 
Li S., Mark S, Radde-Gallwitz K., Schlisner R., Chi n MT. and Chen P., 
2008. Hey2 functions in parallel with Hes1 and Hes5 for mammalian 
auditory sensory organ development. BMC Dev Biol. 8:20. 
Lin Z., Cantos R., Patente M and Wu DK., 2005.  Gbx2 is required for the 
morphogenesis of the mouse inner ear: a downstream candidate of 
hindbrain signaling. Development 132: 2309-2318. 
 
Lindsay EA., Vitelli F., Su H., Morishima M., Huynh  T., Pramparo T., 
Jurecic V., Ogunrinu G., Sutherland HF., Scambler P J., Bradley A. 
and Baldini A., 2001.  Tbx1 haploinsufficiency in the DiGeorge syndrome 
region causes aortic arch defects in mice. Nature 410: 97-101. 
 
Linville A., Gumusaneli E., Chandraratna RA. and Sc hilling TF., 2004. 
Independent roles for retinoic acid in segmentation and neuronal 
differentiation in the zebrafish hindbrain. Dev Biol. 270: 186-199. 
 
Linville A., Radtke K., Waxman JS., Yelon D. and Sc hilling TF., 2009. 
Combinatorial roles for zebrafish retinoic acid receptors in the hindbrain, 
limbs and pharyngeal arches. Dev Biol. 325:  60-70. 
 
Liu M., Pereira FA., Price SD., Chu MJ., Shope C., Himes D., Eatock 
RA., Brownell WE., Lysakowski A and Tsai MJ., 2000.  Essential role of 
BETA2/NeuroD1 in development of the vestibular and auditory systems. 
Genes Dev. 14: 2839-2854. 
 
Liu D., Chu H., Maves L., Yan YL., Morcos PA:, Post lethwait JH. and 
Westerfield M., 2003.  Fgf3 and Fgf8 dependent and independent 
transcription factors are required for otic placode specification. 
Development 130: 2213-2224. 
 
Ma QF., Kintner C and Anderson DJ., 1996. Identification of neurogenin, 
a vertebrate neuronal determination gene. Cell 87: 43-52. 
 
Ma QF., Chen ZF., Barrantes ID., de la Pompa JL. an d Anderson DJ., 
1998. Neurogenin1 is essential for the determination of neuronal 
precursors for proximal cranial sensory ganglia. Neuron 20: 469-482. 
 
Ma QF., Anderson DJ and Fritzsch B., 2000.  Neurogenin1 null mutant 
ears develop fewer, morphologically normal hair cells in smaller sensory 
epithelia devoid of innervation. J Assoc Res Otolaryngol. 1: 129-143. 
 
MacLean G., Abu-Abed S., Dollé P., Tahayato A., Cha mbon P. and 
Petkovich M., 2001.  Cloning of a novel retinoic-acid metabolizing 
cytochrome P450, Cyp26B1, and comparative expression analysis with 
Cyp26A1 during early murine development. Mech Dev. 107: 195-201. 
 



 192 

Madelaine R. and Blader P., 2011. A cluster of non-redundant Ngn1 
binding sites is required for regulation of deltaA expression in zebrafish. 
Dev Biol. 350: 198-207. 
 
Maden M., Gale E., Kostetskii I. and Zile M., 1996  Vitamin A-deficient 
quail embryos have half a hindbrain and other neural defects. Curr Biol. 6: 
417–426. 
 
Maden M., 2002. Retinoid signaling in the development of the central 
nervous system. Nat Rev Neurosci. 17: 843-853. 
 
Maden M., 2007. Retinoic acid in development, regeneration and 
maintenance of the nervous system. Nat Rev Neurosci. 8: 755-765. 
 
Mahmood R., Kiefer P., Guthrie S., Dickson C. and M ason I., 1995.  
Multiple roles for FGF-3 during cranial neural development in the chicken. 
Development 121: 1399-1410. 
 
Mansour Sl., Goddard JM. and Capecchi MR., 1993. Mice homozygous 
for a targeted disruption of the proto-oncogene int-2 have developmental 
defects in the tail and inner ear. Development 117: 13-28. 
 
Maroon H., Walshe J., Mahmood R., Kiefer P., Dickso n C. and Mason 
I., 2002. Fgf3 and Fgf8 are required together for formation of the otic 
placode and vesicle. Development 129: 2099-2108. 
 
Marshall H., Nonchev S., Sham MH., Muchamore I., Lu msden A. and 
Krumlauf R., 1992.  Retinoic acid alters hindbrain Hox code and induces 
transformation of rhombomeres 2/3 into a 4/5 identity. Nature 360: 737-
741. 
 
Marshall H., Morrison A., Studer M., Pöpperl H. and  Krumlauf R., 
1996. Retinoids and Hox genes . FASEB J 10:969-78. 
 
Martin K. And Groves AK., 2006. Competence of cranial ectoderm to 
respond to Fgf signaling suggests a two-step model of otic placode 
induction. Development 133: 877-887. 
 
Martinez-Monedero R., Yi E., Oshima K., Glowatzki E . and Edge ASB., 
2008. Differentiation of inner ear stem cells to functional sensory neurons.  
Dev Neurobiol. 68: 669-684. 
 
Masamizu Y., Ohtsuka T., Takashima Y., Nagahara H.,  Takenaka Y., 
Yoshikawa K., Okamura H. and Kageyama R., 2006. Real-time imaging 
of the somite segmentation clock: Revelation of unstable oscillators in the 
individual presomitic mesoderm cells. Proc Natl Acad Sci. 103: 1313-
1318.  
 



 193 

Massari ME. and Murre C., 2000.  Helix-loop-helix proteins: regulators of 
transcription in eucaryotic organisms. Mol Cell Biol. 20: 429-440. 
 
Maves L. and Kimmel CB., 2005.  Dynamic and sequential patterning of 
the zebrafish posterior hindbrain by retinoic acid. Dev Biol. 285: 593-605. 
 
Maves L., Jackman W. and Kimmel CB., 2007. FGF3 and FGF8 
mediate a rhombomere 4 signaling activity in the zebrafish hindbrain. 
Development. 129: 3825-3837. 
 
McCaffery P., Wagner E., O’Neil J., Petkovich M., D rager UC., 1999.  
Dorsal and ventral retinal territories defined by retinoic acid synthesis, 
break-down and nuclear receptor expression. Mec Dev. 85:203–213. 
 
McKay IJ., Lewis J. and Lumsden A., 1996.  The role of FGF-3 in early 
inner ear development: an analysis in normal and kreisler mutant mice. 
Dev Biol. 174: 370-378. 
 
McLarren KW., Theriault FM. and Stifani S., 2001.  Association with the 
nuclear matrix and interaction with Groucho and RUNX proteins regulate 
the transcription repression activity of the basic helix loop helix factor 
Hes1. J Biol Chem. 276: 1578-1584. 
 
Merscher S., Funke B., Epstein JA., Heyer J., Puech  A., Lu MM., 
Xavier RJ., Demay MB., Russell RG., Factor S., Toko oya K., Jore BS., 
Lopez M., Pandita RK., Lia M., Carrion D., Xu H., S chorle H., Kobler 
JB., Scambler P., Wynshaw-Boris A., Skoultchi AI., Morrow BE. and 
Kucherlapati R., 2001.  TBX1 is responsable for cardiovascular defects in 
velo-cardio.facial/DiGeorge syndrome. Cell 104: 619-629. 
 
Millimaki BB., Sweet EM., Dhason MS. and Riley BB.,  2007. Zebrafish 
atoh1 genes: classic proneural activity in the inner ear and regulation by 
Fgf and Notch. Development 134: 295-305. 
 
Moens CB., Yan YL., Appel B., Force AG. and Kimmel CB., 1996. 
valentino: a zebrafish gene required for normal hindbrain segmentation. 
Development 122: 3981-3990. 
 
Mohammadi M., McMahon G., Sun L., Tang C., Hirth P. , Yeh BK., 
Hubbard SR. and Schlessinger J., 1997. Structures of the tyrosine 
kinase domain of fibroblast growth factor receptor in complex with 
inhibitors. Science 276: 955-960. 
 
Morsli H., Tuorto F., Choo D., Postiglione MP., Sim eone A. and Wu 
DK., 1999. Otx1 and Otx2 activities are required for the normal 
development of the mouse inner ear. Development 126: 2335-2343. 
 



 194 

Molotkov A., Molotkova N. and Duester G., 2006. Retinoic acid guides 
eye morphogenetic movements via paracrine signaling but is unnecessary 
for retinal dorsoventral patterning. Development 133: 1901–1910. 
 
Murata K., Hattori M., Hirai N., Shinozuka Y., Hira ta H., Kageyama R., 
Sakai T. and Minato N., 2005.  Hes1 directly controls cell proliferation 
through the transcriptional repression of p27Kip1. Mol Cell Biol. 25:4262-
4271. 
 
Murata J., Ohtsuka T., Tokunaga A., Nishiike S., In ohara H., Okano H. 
and Kageyama R., 2009. Notch-Hes1 pathway contributes to the 
cochlear prosensory formation potentially through the transcriptional 
down-regulation of p27Kip1. J Neurosci Res. 87: 3521-3534. 
 
Murre C., Bain G., van Dijk MA., Egel I., Furnari B A., Massari ME., 
Matthews JR., Quong MW., Rivera RR. and Stuvier MH. , 1994. 
Structure and function of helix-loop-helix proteins. Biochim Biophys Acta 
1218: 129-135. 
 
Naiche LA., Harrelson Z., Kelly RG. and Papaioannou  VE., 2005. T-
box genes in vertebrate development. Annu Rev Genet. 39: 219-239. 
 
Nechiporuk A., Linbo T., Poss KD. and Raible DW., 2 007. Specification 
of epibranchial placodes in zebrafish. Development 134: 611-623. 
 
Niederreither K., Subbarayan V., Dollé P. and Chamb on P., 1999.  
Embryonic retinoic acid synthesis is essential for early mouse 
postimplantation development. Nat Genet. 21: 444-448. 
 
Niederreither K., Vermot J., Schuhbaur B., Chambon P. and  Dollé P., 
2000. Retinoic acid synthesis and hindbrain patterning in the mouse 
embryo. Development 127: 75-85. 
 
Niederreither K. and Dollé P., 2008.  Retinoic acid in development: 
toward an integrated view. Nat Rev Genet. 9: 541-553. 
 
Nikaido M., Kawakami A., Sawada A. Furutani-Seiki M ., Takeda H. 
and Araki K., 2002. Tbx24, encoding a T-box protein, is mutated in the 
zebrafish somite-segmentation mutant fused somites. Nat Genet. 31: 195-
199. 
 
Ninkovic J., Tallafuss A., Leucht C., Topczewski J. , Tannhäuser B., 
Solnica-Krezel L. and Bally-Cuif L., 2005.  Inhibition of neurogenesis at 
the zebrafish midbrain-hindbrain boundary by the combined and dose-
dependent activity of a new hairy/E(spl) gene pair. Development 132: 75-
88.  
 
Nishimura M., Isaka F., Ishibashi M., Tomita K., Ts uda H., Nakanishi 
S., and Kageyama R., 1998.  Structure, chromosomal locus, and 



 195 

promoter of mouse Hes2 gene, a homologue of Drosophila hairy and 
Enhancer of split. Genomics 49: 69-75. 
 
Novitch G., Wichterle H., Jessell M. and Sockanatha n S., 2003. A 
requirement for retinoic acid-mediated transcriptional activation in ventral 
neural patterning and motor neuron specification. Neuron 40: 81–95. 
Nuthall HN., Husain J., McLarren KW. and Stifani S. , 2002.Role for 
Hes1-induced phosphorylation in Groucho-mediated transcriptional 
repression. Mol Cell Biol. 22: 389-399. 
 
Ohsako S., Hyer J., Panganiban G., Oliver I. and Ca udy M., 1994. 
Hairy function as a DNA-binding helix-loop-helix repressor of Drosophila 
sensory organ formation. Genes Dev. 8: 2743-2755. 
 
Olson EC., Schinder AF., Dantzker JL., Marcus EA., Spitzer NC. and 
Harris WA., 1998. Properties of ectopic neurons induced by Xenopus 
neurogenin1 misexpression. Mol Cell Neurosci. 12: 281-299. 
 
Ohtsuka T., Ishibashi M., Gradwohl G., Nakanishi S. , Guillemot F. and 
Kageyama R., 1999.  Hes1 and Hes5 as Notch effectors in mammalian 
neuronal differentiation. EMBO J. 18: 2196-2207.  
 
Ohtsuka T., Sakamoto M., Guillemot F. and Kageyama R., 2001. Roles 
of the basic helix-loop-helix genes Hes1 and Hes5 in expansion of neural 
stem cells of the developing brain. J Biol Chem. 276: 30467-30474. 
 
Ozaki N., Nakamura K., Funahashi J., Ikeda K., Yama da G., Tokano 
H., Okamura HO., Kitamura K., Muto S., Kotaki H., S udo K, Horai R., 
Iwakura Y. and Kawakami K., 2003. Six1 controls patterning of the 
mouse otic vesicle. Development 131: 551-562. 
 
Ozeki M. and Shively JE., 2008. Differential cell fates induced by all-
trans retinoic acid-treated HL-60 human leukemia cells. J Leukoc Biol. 84: 
769-779. 
 
Palmeirim I., Henrique D.,I sh-Horowicz D.  and Pourquie  O., 1997. 
Avian hairy gene expression identifies a molecular clock linked to 
vertebrate segmentation and somitogenesis. Cell 91: 639-648. 
 
Pasini A., Jiang YJ. and Wilkinson DG., 2004. Two zebrafish Notch-
dependent hairy/Enhancer-of-split-related genes, her6 and her4, are 
required to maintain the coordination of cyclic gene expression in the 
presomitic mesoderm. Development 131: 1529-1541. 
 
Pasqualetti M., Neun R., Davenne M. and Rijli FM., 2001. Retinoic acid 
rescues inner ear defects in Hoxa1 deficient mice. Nat Genet. 29: 34-39. 
 



 196 

Pauley S., Wright TJ., Pirvola U., Ornitz D., Beise l K. and Fritzsch B., 
2003. Expression and function of FGF10 in mammalian inner ear 
development. Dev Dyn.227: 203-215. 
 
Perron M., Opdecamp K., Butler K.., Harris WA. and Bellefroid EJ., 
1999. X-ngnr-1 and Xath3 promote ectopic expression of sensory neuron 
markers in the neurula ectoderm and have distinct inducing properties in 
the retina. Proc Natl Acad Sci. 96: 14996-15001. 
Phillips BT., Bolding K. and Riley BB., 2001.  Zebrafish fgf3 and fgf8 
encode redundant functions required for otic placode induction. Dev Biol. 
235: 351- 365. 
 
Phillips BT., Storch EM., Lekven AC. and Riley BB.,  2004. A direct role 
for Fgf but not Wnt in otic placode induction. Development 131: 923-931. 
 
Piotrowski T. and Nüsslein-Volhard C., 2000. The endoderm plays an 
important role in patterning the segmented pharyngeal region in zebrafish 
(Danio rerio). Dev Biol. 225: 339-356. 
 
Piotrowski T., Ahn DG., Schilling TF., Nair S., Ruv inski I., Geisler R., 
Rauch GJ., Haffter P., Zon LI:, Zhou Y., Foott H., Dawid IB. and Ho 
RK., 2003. The zebrafish van gogh mutation disrupts tbx1, which is 
involved in the DiGeorge deletion syndrome in humans. Development 
130: 5043-5052. 
 
Pissarra L., Henrique D. and Duarte A., 2000.  Expression of hes6, a 
new member of the Hairy/Enhancer-of-split family, in mouse development. 
Mech Dev. 95: 275-278. 
 
Pittlik S., Domingues S., Meyer A. and Begemann G.,  2008. 
Expression of zebrafish aldh1a3 (raldh3) and absence of aldh1a1 in 
teleosts. Gene Expr Patterns 10: 403-412. 
 
Pittman AJ., Law MY. and Chien CB., 2008 . Pathfinding in a large 
vertebrate axon tract: isotypic interactions guide retinotectal axons at 
multiple choice points. Development 135: 2865-2871. 
 
Postlethwait JH., Woods IG., Ngo-Hazelett P., Yan Y L., Kelly PD., Chu 
F., Huang H., Hill-Force A. and Talbot WS., 2000.  Zebrafish 
comparative genomics and the origins of vertebrate chromosomes. 
Genome Res. 10: 1890-1902. 
 
Presson JC., Lanford PJ. and Popper AN., 1996.  Hair cell precursors 
are ultrastructurally indistinguishable from mature support cells in the ear 
of a postembryonic fish. Hear Res. 100: 10–11. 
 
Prince S., Carreira S., Vance KW., Abrahams A. and Goding CR., 
2004. Tbx2 directly represses the expression of the p21(WAF1) cyclin-
dependent kinase inhibitor Cancer Res. 2004 Mar 1;64(5):1669-74. 



 197 

 
Qian D., Radde-Gallwitz K., Kelly M., Tyrberg B., K im J., Gao WQ. and 
Chen P.,  2006.  Basic helix-loop-helix gene Hes6 delineates the sensory 
hair cell lineage in the inner ear. Dev Dyn. 235: 1689-1700. 
 
Raft S., Nowotschin S., Liao J. and Morrow BE., 200 4. Suppression of 
neural fate and control of inner ear morphogenesis by Tbx1. Development 
131: 1801-1812. 
Raft S., Koundakjian EJ., Quinones H., Jayasena CS. , Goodrich LV., 
Johnson JE., Segil N. and Groves AK., 2007.  Cross-regulation of Ngn1 
and Math1 coordinates the production of neurons and sensory hair cells 
during inner ear development. Development. 2007 Dec;134:4405-15. 
 
Raz Y. and Kelley MW., 1999.  Retinoic acid signaling is necessary for the 
development of the organ of Corti. Dev Biol. 213: 180-193. 
 
Reifers F., Bohli H., Walsh EC., Crossley PH., Stai nier DY. and Brand 
M., 1998. Fgf8 is mutated in zebrafish acerebellar (ace) mutants and is 
required for maintenance of midbrain-hindbrain boundary development 
and somitogenesis. Development 125: 2381-2395. 
 
Reijntjes S., Gale E. and Maden M., 2004.  Generating gradients of 
retinoic acid in the chick embryo: Cyp26C1 expression and a comparative 
analysis of the Cyp26 enzymes. Dev Dyn. 230:509–517. 
 
Represa J., Sanchez A., Miner C., Lewis J. And Gira ldez F., 1990.  
Retinoic acid modulation of the early development of the inner ear is 
associated with the control of c-fos expression. Development 110: 1081-
1090. 
 
Represa J., Leon Y., Miner C. and Giraldez F., 1991 . The int-2 
protooncogene is responsable for induction of the inner ear. Nature 353: 
561-563. 
 
Reyes MR., LeBlanc EM. and Bassila MK., 1999. Hearing loss and otitis 
media in velo-cardio-facial syndrome. Int J Pediatr Otorhinolaryngol. 47: 
227-233. 
 
Ribes V., Wang Z., Dollé P. and Niederreither K., 2 006. Retinaldehyde 
dehydrogenase 2 (RALDH2)-mediated retinoic acid synthesis regulates 
early mouse embryonic forebrain development by controlling FGF and 
sonic hedgehog signaling. Development 133: 351-361. 
 
Riccomagno MM., Martinu L., Mulheisen M., Wu DK. an d Epstein DJ., 
2002. Specification of the mammalian cochlea is dependent on Sonic 
hedgehog. Genes Dev. 16: 2365-2378. 
 



 198 

Riccomagno MM., Takad S. and Epstein DJ., 2005. Wnt-dependent 
regulation of inner ear morphogenesis is balanced by the opposing and 
supporting roles of Shh. Genes Dev. 19: 1612-1623. 
 
Riddle RD., Johnson RL., Laufer E. and Tabin C., 19 93. Sonic 
hedgehog mediates the polarizing activity of the ZPA. Cell 75: 1401-1416. 
 
Riley BB., Zhu C., Janetopoulos C. and Aufderheide KJ., 1997.  A 
critical period of ear development controlled by distinct populations of 
cilliated cells in the zebrafish. Dev Biol. 191: 191-201.                                                                      
Roberts C., Ivins SM., James CT. and Scambler PJ., 2005. Retinoic 
acid down-regulates Tbx1 expression in vivo and in vitro. Dev Dyn. 232: 
928-938. 
 
Robledo RF. and Lufkin T., 2006.  Dlx5 and Dlx6 homeobox genes are 
required for specification of mammalian vestibular apparatus. Genesis 44: 
425-437. 
 
Romand R., Sapin V., Ghyselinck N., Avan P., Le Cal vez S., Dollé P., 
Chambon P. and Mark M., 2000.  Spatio-temporal distribution of cellular 
retinoid binding protein gene transcripts in the developing and the adult 
cochlea. Morphological and functional consequences in CRABP- and 
CRBP-null mutant mice. Eur J Neurosci. 12: 2793–2804. 
 
Romand R., Hashino E., Dollé P, Vonesh JL,. Chambon  P. and 
Ghyselinck NB., 2002.  The retinoic acid receptors RARa and RARg are 
required for inner ear development. Mech Dev. 119: 213–223. 
 
Romand R., 2003.  The roles of retinoic acid during inner ear 
development. Curr Top Dev Biol. 57: 261-291. 
 
Romand R., Kondo T., Fraulob V., Petkovich M., Doll é P. and Hashino 
E., 2006. Dynamic expression of retinoic acid-synthesizing and 
metabolizing enzymes in the developing mouse inner ear. J Comp Neurol. 
496: 643-54. 

Ruberte E., Friederich V., Morris-Kay G. and Chambo n P., 1992. 
Differential distribution pattern of CRABP I and CRABP II transcripts 
during mouse embryogenesis. Development 115: 973–987. 
 
Russo JE., Hauguitz D. and Hilton J., 1988.  Inhibition of mouse 
cytosolic aldehyde dehydrogenase by 4-(diethylamino)-benzaldehyde. 
Biochem Pharmacol. 37:1639-1642. 
 
Ryan K. and Chin AJ., 2003.  T-box genes and cardiac development. 
Birth Defects Res. 69: 25-37. 
 
Sando I., Orita Y., Miura M. and Balaban CD., 2001.  Vestibular 
abnormalities in congenital disorders. Ann N Y Acad Sci. 942: 15-24. 



 199 

 
Sapède D. and Pujades C., 2010.  Hedgehog signaling governs the 
development of otic sensory epithelium and its associated innervation in 
zebrafish. J Neurosci 30: 3612-3623. 
 
Sasai Y., Kageyama R., Tagawa Y., Shigemoto R. and Nakanishi S., 
1992. Two mammalian helix-loop-helix factors structurally related to 
Drosophila hairy and Enhancer of split. Genes Dev. 6: 2620-2634. 
 
Scambler PJ., 2000 .The 22q11 deletion syndromes. Hum Mol Genet. 9: 
2421-2426. 
 
Schneider RA., Hu D., Rubenstein JL., Maden M. and Helms JA., 
2001. Local retinoid signaling coordinates forebrain and facial 
morphogenesis by maintaining FGF8 and SHH. Development 128: 2755-
2767. 
 
Scholpp S., Delogu A., Gilthorpe J., Peukert D., Sc hindler S. and 
Lumsden A., 2009.  Her6 regulates the neurogenetic gradient and 
neuronal identity in the thalamus.Proc Natl Acad Sci. 106: 19895-19900.  
 
Schroeter EH., Kisslinger JA., and Kopan R., 1998.  Notch-1 signalling 
requires ligand-induced proteolytic release of intracellular domain. Nature 
393: 382-386. 
 
Schulte-Merker S, van Eeden FJ, Halpern ME, Kimmel CB, Nüsslein-
Volhard C., 1994 . no tail (ntl) is the zebrafish homologue of the mouse T 
(Brachyury) gene. Development 120: 1009-1015. 
 
Shailam R., Lanford PJ., Dolinsky CM., Norton CR., Gridley T., Kelley 
MW., 1999. Expression of proneural and neurogenic genes in the 
embryonic mammalian vestibular system. J Neurocytol. 28: 809-819. 
 
Sharpe CR. and Goldstone K., 1997.  Retinoid receptors promote 
primary neurogenesis in Xenopus. Development 124: 515-523. 
 
Shiotsugu J., Katsuyama Y., Arima K., Baxter A., Ko ide T., Song J., 
Chandraratna RA. and Blumberg B., 2004.  Multiple points of interaction 
between retinoic acid and FGF signaling during embryonic axis formation. 
Development 131: 2653-2667. 
 
Sidell N., Altman A., Haussler M. and Seeger R., 19 83. Effects of 
retinoic acid (RA) on the growth and phenotypic expression of several 
human neuroblastoma cell lines. Expl Cell Res. 148: 21-31. 
 
Sieger D., Tautz D. and Gajewski M., 2004.  her11 is involved in the 
somitogenesis clock in zebrafish. Dev Genes Evol. 214: 393- 406. 
 



 200 

Sieger D., Ackermann B., Winkler C., Tautz D. and G ajewski M., 2006.  
her1 and her13.2 are jointly required for somitic border specification along 
the entire axis of the fish embryo. Dev Biol. 293: 242-251. 

 
Simeone A., Acampora D., Arcioni L., Andrews PW., B oncinelli E. 
and Mavilio F., 1990.  Sequential activation of HOX2 homeobox genes by 
retinoic acid in human embryonal carcinoma cells. Nature 346: 763-766. 
 
Sive HL., Draper BW., Harland RM. And Weintraub H.,  1990. 
Identification of a retinoic acid-sensitive period during primary axis 
formation in Xenopus laevis. Genes Dev. 4: 932-942. 
 
Smith RJ., Bale JF. and White KR., 2005. Sensoryneural hearing loss in 
children. Lancet 365: 879-890. 
 
So JH., Chun HS., Bae YK., Kim HS., Park YM., Huh T L., Chitnis AB., 
Kim CH. and Yeo SY., 2009.  Her4 is necessary for establishing 
peripheral projections of the trigeminal ganglia in zebrafish. Biochem 
Biophys Res Commun. 379: 22-26 
 
Sockanathan S. and Jessell TM., 1998. Motor neuron-derived retinoid 
signaling specifies the subtype identity of spinal motor neurons. Cell 94: 
503-514. 
 
Solomon KS., Kwak SJ. and Fritz A., 2004.  Genetic interactions 
underlying otic placode induction and formation. Dev Dyn. 230: 419-433. 
 
Stavridis MP., Collins BJ. and Storey KG., 2010.  Retinoic acid 
orchestrates fibroblast growth factor signalling to drive embryonic stem 
cell differentiation. Development 137: 881-890. 
 
Stennard FA., Costa MW., Lai D., Biben C., Furtado MB., Solloway 
MJ., McCulley DJ., Leimena C., Preis JI., Dunwoodie  SL., Elliott DE., 
Prall OW., Black BL., Fatkin D. and Harvey RP., 200 5. Murine T-box 
transcription factor Tbx20 acts as a repressor during heart development, 
and is essential for adult heart integrity, function and adaptation. 
Development 132: 2451-2462. 
 
Stigloher C., Chapouton P., Adolf B. and Bally-Cuif  L., 2008. 
Identification of neural progenitor pools by E(Spl) factors in the embryonic 
and adult brain. Brain Res Bull. 75: 266-273. 
 
Stone JS. and Rubel EW., 2000. Cellular studies of auditory hair cell 
regeneration in birds. Proc Natl Acad Sci. 97: 11714–11721. 
 
Stoppie P., Borgers M., Borghgraef P., Dillen L., G oossens J., Sanz 
G., Szel H., Van Hove C., Van Nyen G., Nobels G., Vanden Bossche 
H., Venet M., Willemsens G. and Van Wauwe J.,  2000. R115866 inhibits 



 201 

all-trans-retinoic acid metabolism and exerts retinoidal effects in rodents. J 
Pharmacol Exp Ther. 293:  304–312. 
 
Struhl G. and Adachi A., 1998. Nuclear access and action of Notch in 
vivo. Cell 93: 649-660. 
 
Swanson GJ., Howard M. and Lewis J., 1990.  Epithelial autonomy in 
the development of the inner ear of a bird embryo. Dev Biol. 137: 243-
257. 
Tada M. and Smith JC., 2001.  T-targets: Clues to understanding the 
functions of T-box proteins. Develop Growth Differ. 43: 1-11. 
 
Taelman V., Van Wayenbergh R., Sölter M., Pichon B. , Pieler T., 
Christophe D. and Bellefroid EJ., 2004. Sequences downstream of the 
bHLH domain of the Xenopus hairy-related transcription factor-1 act as an 
extended dimerization domain that contributes to the selection of the 
partners. Dev Biol. 276: 47-63. 
 
Tahayato, A., Dollé, P. & Petkovich, M., 2003. Cyp26C1 encodes a 
novel retinoic acid-metabolizing enzyme expressed in the hindbrain, inner 
ear, first branchial arch and tooth buds during murine development. Gene 
Expr Patterns 3: 449–454. 
 
Takebayashi K., Sasai Y., Sakai Y., Watanabe B., Na kanishi S. and 
Kageyama R., 1994.  Structure, chromosomal locus, and promoter 
analysis of the gene encoding the mouse helix-loop-helix factor HES-1. 
Negative autoregulation through the multiple N box elements. J Biol 
Chem. 269: 5150-5056. 
 
Takke C. and Campos-Ortega JA., 1999.  her1, a zebrafish pair-rule like 
gene, acts downstream of notch signalling to control somite development. 
Development 126: 3005-3014. 
 
Tateya T., Imayoshi I., Tateya I., Ito J. and Kagey ama R., 2011. 
Cooperative functions of Hes/Hey genes in auditory hair cell and 
supporting cell development. Dev Bio. 352: 329-340.  
 
Tomita K., Ishibashi M., Nakahara K., Ang Sl., Guil lemot F. and 
Kageyama R., 1996.  Mammalian hairy and Enhancer of Split Homolog 1 
Regulates Differentiation of Retinal Neurons and Is Essential for Eye 
Morphogenesis. Neuron 16: 723-734. 
 
Trainor PA. and Krumlauf R., 2001.  Hox genes, neural crest cells and 
branchial arch patterning. Curr Opin Cell Biol. 13:698-705. 
 
Van Bueren KL., Papangeli I., Rochais F., Pearce K. , Roberts C., 
Calmont A., Szumska D., Kelly RG., Bhattacharya S. and Scambler 
PJ., 2010. Hes1 expression is reduced in Tbx1 null cells and is required 



 202 

for the development of structures affected in 22q11 deletion syndrome. 
Dev Biol. 340: 369-380. 
 
Van Doren M., Bailey AM., Esnayra J., Ede K. and Po sakony JW., 
1994. Negative regulation of proneural gene activity: hairy is a direct 
transcriptional repressor of achaete. Genes Dev. 8: 2729-2742. 
 
Vázquez-Echeverría C., Dominguez-Frutos E., Charnay  P., 
Schimmang T. and Pujades C., 2008.  Analysis of mouse kreisler 
mutants reveals new roles of hindbrain-derived signals in the 
establishment of the otic neurogenic domain. Dev Biol. 322: 167-178. 
 
Vendrell V., Carnicero E., Giraldez F., Alonso MT. and Schimmang T., 
2000. Induction of inner ear fate by FGF3. Development 127: 2011-2019. 
 
Vermot J., Niederreither K., Garnier JM., Chambon P . and Dollé P., 
2003. Decreased embryonic retinoic acid synthesis results in a DiGeorge 
syndrome phenotype in newborn mice. Proc Natl Acad Sci. 100: 1763-
1768. 
 
Vitelli F., Taddei I., Morishima M., Meyers EN., Li ndsay EA. and 
Baldini A., 2002. A genetic link between Tbx1 and fibroblast growth factor 
signaling. Development 129: 4605-4611. 
 
Vitelli F., Viola A., Morishima M., Pramparo T., Ba ldini A., and 
Lindsay E., 2003.  TBX1 is required for iner ear morphogenesis. Hum Mol 
Genet. 12: 2041-2048. 
 
Waddington CH., 1937.  The determination of the auditory placode in the 
chick. J Exp Biol. 14: 232-239. 
 
White JA., Guo YD., Baetz K., Beckett-Jones B., Bon asoro J., Hsu 
KE., Dilworth FJ., Jones G. and Petkovich M., 1996.  Identification of 
the retinoic acid-inducible all-trans-retinoic acid 4-hydroxylase.J Biol 
Chem. 271: 29922-29927. 
 
White JC., Highland M., Kaiser M and Clagett-Dame M ., 2000. Vitamin 
A deficiency results in the dose-dependent acquisition of anterior 
character and shortening of the caudal hindbrain of the rat embryo. Dev 
Biol. 220: 263-284. 
 
White RJ., Nie Q., Lander AD. And Schilling TF., 20 07. Complex 
regulation of cyp26a1 creates a robust retinoic acid gradient in the 
zebrafish embryo. PLoS Biol. 5: e304. 
 
White RJ. and Schilling TF., 2008. How degrading: Cyp26s in hindbrain 
development. Dev Dyn. 237: 2775-2790. 
 



 203 

Whitfield TT., Granato M., van Eeden FJ., Schach U. , Brand M., 
Furutani-Seiki M., Haffter P., Hammerschmidt M., He isenberg CP., 
Jiang YJ., Kane DA., Kelsh RN., Mullins MC., Odenth al J. and 
Nüsslein-Volhard C., 1996.  Mutations affecting development of the 
zebrafish inner ear and lateral line. Development 123:241-254. 
 
Whitfield TT., Riley BB., Chiang MY., Phillips B., 2002. Development of 
the zebrafish inner ear. Dev Dyn. 223: 427-458. 
 
Whitfield TT. and Hammond KL., 2007.  Axial patterning in the 
developing vertebrate inner ear. Int J Dev Biol., 51: 507-520. 
 
Wilkinson DG., Bhatt S. and Herrmann BG., 1990.  Expression pattern 
of  the mouse T gene and its role in mesoderm formation. Neture 343: 
657-659. 
 
Wilson V. and Conlon FL., 2002 . The T-box family. Genome Biol. 3: 
reviews3008. 
 
Wilson L., Gale E., Chambers D. and Maden M., 2004.  The role of 
retinoic acid in dorsoventral patterning of the spinal cord. Dev Biol. 269: 
433-446. 
 
Wu DK., Nunes F. and Choo D., 1998.  Axial specification for sensory 
organs versus non-sensory structures of the chicken inner ear. 
Development 125: 11-20. 
 
Xiang M., Gan L., Li D., Chen ZY., Zhou L., O'Malle y Jr BW., Klein W. 
and Nathans J., 1997.  Essential role of POU-domain factor Brn3c in 
auditory and vestibular hair cell development. Proc Natl Acad Sci. 94: 
9445-9450. 
 
Xiao T., Roeser T., Staub W. and Baier H., 2005.  A GFP-based genetic 
screen reveals mutations that disrupt the architecture of the zebrafish 
retinotectal projection. Development 132: 2955-2967. 
 
Xu H., Morishima M., Wylie JN., Schwartz RJ., Brune au BG., Lindsay 
EA. and Baldini A., 2004.  Tbx1 has a dual role in the morphogenesis of 
the cardiac outflow trac. Development 131: 3217-3227. 
 
Xu H., Viola A., Zhang Z., Gerken CP., Lindsay-Illi ngworth EA., and 
Baldini A., 2007. Tbx1 regulates population, proliferation and cell fate 
determination of otic epithelial cells. Dev Biol. 302: 670-682. 
 
Yamagishi H., Maeda J., Hu T., McAnally J., Conway SJ., Kume T., 
Meyers EN., Yamagishi C. and Srivastava D., 2003. Tbx1 is regulated 
by tissue-specific forkhead proteins through a common Sonic hedgehog-
responsive enhancer. Genes Dev. 17: 269-281. 
 



 204 

Yamamoto N., Tanigaki K., Tsuji M., Yabe D., Ito J.  and Honjo T., 
2006. Inhibition of Notch/RBP-J signaling induces hair cell formation in 
neonate mouse cochleas. J Mol Med. 84: 37-45. 
 
Yeo SY., Kim M., Kim HS., Huh TL. and Chitnis AB., 2007. Fluorescent 
protein expression driven by her4 regulatory elements reveals the 
spatiotemporal pattern of Notch signaling in the nervous system of 
zebrafish embryos. Dev Biol. 301: 555-567.  
 
Ylikoski J., Pirvola U., Eriksson U., 1994.  Cellular retinol binding protein 
type I is prominently and differentially expressed in the sensory epithelium 
of the rat cochlea and vestibular organs. J Comp Neurol. 349: 596–602. 
 
Yoon K. and Gaiano N., 2005. Notch signaling in the mammalian central 
nervous system: insights from mouse mutants. Nat. Neurosci. 8: 709-715. 
 
Zeiser S., Rivera O., Kuttler C., Hense B., Lasser R and Winkler G., 
2008. Oscillations of Hes7 caused by negative autoregulation and 
ubiquitination. Comput Biol Chem 32: 47-51. 
 
Zhang L., Zhong T., Wang Y., Jiang Q., Song H. and Gui Y., 2006.  
TBX1, a DiGeorge syndrome candidate gene, is inhibited by retinoic acid. 
Int J Dev Biol. 50: 55-61. 
 
Zheng JL., Shou J., Guillemot F., Kageyama R. and G ao WQ., 2000. 
Hes1 is a negative regulator of inner ear hair cell differentiation. 
Development 127: 4551-4560. 
  
Zheng W., Huang L., Wei ZB., Silvius D., Tang B. an d Xu PX., 2003.  
The role of Six1 in mammalian auditory system development. 
Development 130: 3989-4000. 
 
Zine A., Aubert A., Qiu J., Therianos S., Guillemot  F., Kageyama R. 
and de Ribaupierre F., 2001.  Hes1 and Hes5 activities are required for 
the normal development of the hair cells in the mammalian inner ear. J 
Neurosci. 21: 4712-4720. 
 
Zine A. and de Ribaupierre F., 2002.  Notch/Notch ligands and Math1 
expression patterns in the organ of Corti of wild-type and Hes1 and Hes5 
mutant mice. Hear Res. 170: 22-31 



 205 

 
 
 
 
 

ANNEX 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 

U48820
Cuadro de texto

Abelló G, Khatri S, Radosevic M, Scotting PJ, Giráldez F, Alsina B. Independent regulation of Sox3 and Lmx1b by FGF and BMP signaling influences the neurogenic and non-neurogenic domains in the chick otic placode. Dev Biol. 2010; 339(1): 166-78. 


http://dx.doi.org/10.1016/j.ydbio.2009.12.027
http://dx.doi.org/10.1016/j.ydbio.2009.12.027
http://dx.doi.org/10.1016/j.ydbio.2009.12.027


 206 

 
 
 
 
 
 
 
 
 
 

U48820
Cuadro de texto

Radosevic M, Robert-Moreno A, Coolen M, Bally-Cuif L, Alsina B. Her9 represses neurogenic fate downstream of Tbx1 and retinoic acid signaling in the inner ear. Development. 2011; 138(3): 397-408. 


http://dev.biologists.org/content/138/3/397.abstract
http://dev.biologists.org/content/138/3/397.abstract



