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Abstract
Evolution shaped the vertebrate ear into a complicated three-dimensional structure and positioned
the sensory epithelia so that they can extract specific aspects of mechanical stimuli to govern
vestibular and hearing-related responses of the whole organism. This information is conducted
from the ear via specific neuronal connections to distinct areas of the hindbrain for proper
processing. During development, the otic placode, a simple sheet of epidermal cells, transforms
into a complicated system of ducts and recesses. This placode also generates the
mechanoelectrical transducers, the hair cells, and sensory neurons of the vestibular and cochlear
(spiral) ganglia of the ear. We argue that ear development can be broken down into dynamic
processes that use a number of known and unknown genes to govern the formation of the three-
dimensional labyrinth in an interactive fashion. Embedded in this process, but in large part
independent of it, is an evolutionary conserved process that induces early the development of the
neurosensory component of the ear. We present molecular data suggesting that this later process
is, in its basic aspects, related to the mechanosensory cell formation across phyla and is extremely
conserved at the molecular level. We suggest that sensory neuron development and maintenance
are vertebrate or possibly chordate novelties and present the molecular data to support this notion.

I. Introduction
The evolution of the vertebrate ear has been an enigma ever since man started to think about
it. In part, the problems are similar to the evolution of the vertebrate eye and relate to the
fact that it is difficult to understand how a complex three-dimensional system that requires
coordinated development of morphology (Fekete and Wu, 2002); nonsensory structures such
as cupula and tectorial membranes (Goodyear and Richardson, 2002); and sensory
structures, including neurons that connect the ear to the brain (Fritzsch et al., 2002), could
evolve in a stepwise fashion, with each step being functional and thus providing selective
advantage. Although it is tempting to view the processes of morphogenesis and cell fate
assignment as distinctly independent phenomena, in actuality they are intertwined and
impact each other.

Formation of two- and three-dimensional patterns during morphogenesis may use two types
of major mechanisms: morphostatic and morphodynamic (Salazar-Ciudad et al., 2003). In
morphostatic mechanisms cell fate assignment (termed herein “induction”) occurs initially,
followed by changes in tissue form. In contrast, morphodynamic mechanisms are more
complex and simultaneously combine inductive and morphogenetic processes. Generally,
morphodynamic mechanisms are likely to appear more often in later development as
morphological innovations because they are less likely to disrupt global developmental
processes at those stages (Riedl, 1978). Morphostatic mechanisms are usually observed at
earlier developmental stages, which would have had more evolutionary time to change from
a morphodynamic pattern to a morphostatic mechanism. In later stages of development
morphodynamic mechanisms would be more often utilized and would permit already
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existing complex intermediate phenotypes to produce a wider range of variation and thus
respond more easily to selective pressures.

The development of the eye offers an excellent paradigm for developmental mechanisms of
sensory organs. In recent years the old notions about multiple parallel evolutions of
vertebrate and invertebrate eyes have been reconsidered. In essence, the finding that the
transcription factor Pax6 is highly conserved across phyla and is essential for the
differentiation of the light-detecting organs in all species studied thus far (Pichaud and
Desplan, 2002) has led to a revised perspective of eye evolution. It is now becoming clear
that the evolution of developmental transcription factor interactions to generate retina
sensors predates the evolution of morphologically distinct eyes and thus represents a highly
conserved morphostatic mechanism. The apparent homology at the level of crucial eye
transcription factor interactions can now be reconciled with the apparently independent
evolution of morphogenetic pathways that generate rather diverse and morphologically
distinct eyes in various phyla that are produced using a variety of morphodynamic
mechanisms (Pichaud and Desplan, 2002). Basically, the current model of eye evolution
suggests two molecularly distinct pathways: one dealing with eye morphogenesis
(morphodynamic) and the other with eye histogenesis (morphostatic). Both the morphostatic
and morphodynamic processes can be experimentally uncoupled using either teratogens,
such as retinoic acid (RA) (Manns and Fritzsch, 1991), or mutations of the Pax6 gene
(Pichaud and Desplan, 2002). Thus, eye evolution can provide a useful model for the
evolution of ears (Fig. 1).

This chapter builds on this theme and presents the argument that both sensory organs
evolved as a combination of two independent processes: an evolutionary conserved
morphostatic mechanism involving a set of transcription factors that are essential for
neurosensory development and the highly variable morphodynamic processes utilizing sets
of transcription factors involved in ear morphogenesis. We base this argument on the
evidence suggesting that in both systems these two processes can be experimentally
uncoupled (see Chapter 9 by Romand for additional details). The associated factors involved
in cell fate assignment in these epithelia and the interrelationship between these two inner
ear lineages are also presented. In addition, a brief discussion is presented on the conserved
transcription regulatory factors found in the early stages of ear morphogenesis (i.e., the otic
placode and the otocyst). This supports the notion of independent evolution of
morphogenetic and neurosensory processes. The vertebrate ear has unique structures related
to the mechanoelectrical transduction. These structures—the cupula and the otoconia and
tectorial membranes, as well as areas of the ear involved in the unique formation of
endolymph—are known to be related to genes expressed in the ear (Cowan et al., 2000; El-
Amraoui et al., 2001; Goodyear and Richardson, 2002; Hulander et al., 2003; Simmler et
al., 2000). These aspects are not dealt with here.

II. Overview of Ideas Related to Ear Evolution
Herein we integrate the concepts of the involvement of morphostatic mechanism(s) in inner
ear cell fate assignment and morphodynamic mechanisms prevailing in morphogenesis in
the development and evolution of the ear. There is now uniform agreement that the auditory
part of the ear evolved from vestibular organs (Fritzsch, 1999; Wever, 1974). For example,
it is likely that the auditory organ of the mammalian ear, the cochlea, evolved through the
embryonic transformation of parts of the saccule (Fritzsch, 1992; Fritzsch et al., 2002). In
contrast to this universally accepted idea of evolutionary transformation of a vestibular
organ into an auditory organ, there is no agreement on the evolution of the vestibular part of
the ear. Basically, thinking on the evolution of the ear has revolved around two competing
ideas.
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One idea suggested a transformation of a preexisting lateral-line–like system through
invagination into an ear (the octavolateralis hypothesis [Ayers, 1892]). An improved
formulation (van Bergeijk, 1966) suggested that the lateral line and the ear develop from a
single placode (the acousticolateral placode), share the same sensory receptors (hair cells),
and share a common termination in the same central nuclei. Others have proposed that
placodes undergo a stepwise refinement from a general placode system to a more specialized
lateral line and ear placode system (Noramly and Grainger, 2002; Streit, 2002), but it is still
unclear whether a common developmental program exists for the various sensory placodes
(Begbie and Graham, 2001b; Groves and Bronner-Fraser, 2000). Still other work has shown
that in many slowly developing vertebrates there are clear spatial and temporal differences
in the development of lateral line and inner ear placodes, with the inner ear placode
developing typically much earlier (Fritzsch et al., 1998a). Moreover, the uncoupling of
lateral line from ear development during evolution has resulted in the complete loss of
lateral line placodes in terrestrial vertebrates (Fritzsch, 1999; Schlosser, 2002).

A second idea about ear evolution was based on the apparent morphological conservation of
hearing organs across phyla, which implied similarities in function (hearing) that are
retained in various forms of statocysts (Wever, 1974). Essentially it was assumed that the
formation of an “otocyst” was conserved across phyla and its formation predated the
evolution of vertebrates. This concept was revived and further refined by comparison
between the atrial chambers of tunicate larvae and the vertebrate ear. Other than the general
topology, the tunicate atrial chambers bear sensory organs that function as hydrodynamic
sensors (Bone and Ryan, 1978; Mackie and Singla, 2003) and express the homolog of the
vertebrate Pax2 gene (Favor et al., 1996, Torres and Giraldez, 1998), the Hr-Pax258 gene
(Wada et al., 1998). However, the homologous AmphiPax2/5/8 differs in its expression in
the nervous system from mammalian Pax2 (Kozmik et al., 1999), and the presumed
homology of the atrial chambers of tunicates with vertebrate ears remains in question.

Basically, these ideas revolve around the issue of whether sensory evolution came first
followed by morphological evolution (octavolateralis hypothesis) or were both intertwined
from the start (statocyst hypothesis). Our overriding concept is that evolution of the
neurosensory system predates the evolution of the morphogenetic system that generates the
ear and that evolution progresses from simple, via morphostatic processes, to complex as
predicated by a variety of morphodynamic mechanisms. An evolutionarily conserved
morphostatic mechanism has been proposed for the ear neurosensory components. This
concept builds on the novel finding of a molecularly conserved gene that is essential for
sensory cell formation across phyla, mammalian atonal homologue 1 (Aton) (Bermingham
et al., 1999; Fritzsch et al., 2000; Wang et al., 2002). The basis of this idea is that evolution
of mechanosensory transducers is conserved molecularly to establish a transcription factor
link to the still unknown mechanosensory transducer channels (Fritzsch and Biesel, 2001).
Comparable to the octavolateralis hypothesis, this hypothesis assumes that the evolution of a
mechanosensory transducer predates the evolution of a morphologically distinct vertebrate
ear but does not require the prior evolution of a lateral line system. It thus circumvents some
of the problems associated with the octavolateralis hypothesis while maintaining the basic
idea that the evolution of mechanosensory transducers and their developmental molecular
basis predates ear morphogenesis (Fritzsch et al., 1998a; Fritzsch et al., 2000). In line with
this idea that ear neurosenory cell lineage formation predates morphogenesis are findings in
the established outgroup of craniate vertebrates, the lancet Amphioxus. This animal lacks an
ear and a lateral line but expresses genes involved in chemosensory and mechanosensory
cell formation (Holland et al., 2000; Kozmik et al., 1999; Shimeld and Holland, 2000).

Fritzsch and Beisel Page 3

Curr Top Dev Biol. Author manuscript; available in PMC 2014 January 28.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



III. Making the Ear: Implementing and Expanding Genes for Ear
Morphogenesis

Evolution of the ear is to a large extent evolution of ear morphogenesis (Fig. 2). Logically,
one would need to show expression of genes clearly involved in ear morphogenesis and their
evolutionary changes to unravel the morphostatic or morphodynamic interactions of genes
(Salazar-Ciudad et al., 2003). A number of genes essential for ear formation have been
identified, as determined by the ear phenotype (lacking parts of the ear) in null mutant mice
(see Chapter 2 by Quint and Steel for further discussion). We concentrate here on the
morphostatic mechanisms in ear formation by discussing four genes, forkhead, Gata3, eye
absent (Eya), and fibroblast growth factor (Fgf), and their implication for the evolution of a
molecular network that governs ear morphogenesis. For more detail on other genes involved
in ear morphogenesis and cell fate assignments see the review by Fekete and Wu (2002).

A. Forkhead (Winged Helix) Genes
Overall, forkhead genes are involved in numerous processes, such as patterning,
morphogenesis, cell specification, and proliferation (Solomon et al., 2003). In zebrafish, the
forkhead/winged helix gene, Foxil, appears to be the first currently known gene expressed in
the otic placode and appears to be essential for otocyst formation (Solomon et al., 2003). A
forkhead gene expressed in the mammalian ear is BF1, now designated as Foxg1 (Hatini et
al., 1999), which is also found in the developing zebrafish ear (Toresson et al., 1998). As
indicated by its expression in sensory neurons and hair cells of the ear, the Foxg1 gene
appears to play a role in histogenesis (Hatini et al., 1999). Because it is expressed at a later
point in the neurosensory development, Foxg1 may also be part of the morphodynamic
mechanism. This suggestion is in line with the lack of Foxg1 expression in the epidermis in
Amphioxus (Toresson et al., 1998), as well as the lack of any other forkhead genes in the
ectoderm (Yu et al., 2002). Certainly Foxil may have an initial role in placodal induction
and may be a component of the morphostatic cascade (see Chapter 4 by Brown et al. and
Chapter 12 by Riley for further discussion). Additional data is needed to determine if
forkhead genes were co-opted into ear formation as part of the morphostatic mechanism and
if they also play a role in the morphodynamic cascade associated with later stages of
neurosensory cell development.

Null mutant analyses have shown that the putatively homologous Foxil gene in mammals is
not essential for ear formation. However, its absence causes ear dysmorphogenesis
(Hulander et al., 1998). More recent data suggest that the neonatal dysmorphogenesis is
largely due to the lack of pendrin expression in later development (Hulander et al., 2003),
which causes endolymphatic hydrops and consequently dysmorphogenesis of the ear. The
lack of embryonic dysmorphogenesis suggests either that another forkhead gene is present in
the otocyst and provides biological redundancy or that Foxil is not part of the evolutionarily
conserved morphostatic mechanism. Probably several more of the over 100 forkhead genes
will eventually be found in the developing ear. Unlike the Foxil nulls, preliminary data on
Foxg1 null mutant mice suggest severe phenotypic effects on specific sensory neurons and
hair cells. In addition, the horizontal crista and its hair cells are absent (Fritzsch, unpublished
data). Collectively, the apparent differences spatiotemporal expression and null mutation
phenotypes of these two Fox genes suggest some redundancy of forkhead signaling in ear
formation and also indicate that forkhead genes have been co-opted into the morphodynamic
mechanisms.

B. GATA3
Like the forkhead genes, Gata3 is expressed at the level of the otic placode (George et al.,
1994; Lawoko-Kerali et al., 2002) and has been found in the ear of zebrafish and mammals.
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Its orthologue, pannier, plays a role in sensory organ formation in insects (Sato and Saigo,
2000). Given the early expression of Gata3, it is not at all surprising to see influences on
transcription factors regulating morphogenesis and histogenesis of the ear (Lawoko-Kerali et
al., 2002). Targeted disruption of GATA3 leads to an arrest of ear development at the
otocyst stage (Karis et al., 2001). GATA3 is the only early marker that identifies
delaminating spiral sensory neurons (Karis et al., 2001; Lawoko-Kerali et al., 2002), but its
role in spiral ganglion cell fate assignment is unclear. Based on pathfinding errors in inner
ear efferents associated with the null phenotype (Karis et al., 2001), it is possible that
GATA3 is involved in pathfinding and may have a minor role in morphodynamic processes
observed later in development.

How GATA3 interacts with FGFs (Pauley et al., 2003; Pirvola et al., 2000), Nkx (Hadrys et
al., 1998), Dlx (Merlo et al., 2002; Solomon and Fritz, 2002), forkheads (Solomon et al.,
2003), and other genes involved in early ear histogenesis and morphogenesis (Chang et al.,
2002; Fekete and Wu, 2002; Xu et al., 1999) is still uncertain (see Chapter 5 by Bober et al.
and Chapter 8 by Wright and Mansour for additional details). However, multiple binding
sites for GATA factors in the promoter regions of forkhead genes have been described
(David et al., 1999) and are suggestive that GATA3 is part of a morphostatic cascade in the
ear.

C. The EYA/SIX/DACH Complex
At early stages in the formation of the embryonic ear, involvement of four genes is observed
in the otic vesicle and their presence is conserved across phyla (Noramly and Grainger,
2002). The interaction of these genes has been best documented in Drosophila eye
development, where they form an evolutionarily conserved gene network consisting of
paired-box (Pax)–eye absent (Eya)–sine oculis (SIX)–dachshund (DACH) genes (Hanson,
2001). This gene network is also observed in zebrafish, chicken, and mouse. A fundamental
role may be associated with the process of invagination. For example, this network is
observed in involving hypoblast cells at gastrulation and in the forming otic and optic
vesicles. It has been suggested that these genes permit cells to migrate without altering their
cell fate commitment (Streit, 2002). By altering isoform usage and variation in coexpression
patterns, this gene network can be co-opted into a wide variety of different morphogenetic
contexts. Thus, these regulatory proteins are usually coexpressed throughout embryogenesis
in a wide variety of cell types, tissues, and organs. Their expression in a given tissue does
not necessarily imply its homology with other expressing tissues.

In order to understand their individual roles and predict their impact on downstream
expression patterns, their protein interactions and functions must be understood. EYA, SIX,
and DACH proteins directly interact to form a functional transcription factor. The DNA
binding site is contained within SIX proteins, whereas EYA mediates transcriptional
transactivation and contains SIX and DACH binding domains. Additional regulatory
complexity is provided by DACH, which appears to function as a cofactor by directly
interacting with EYA. A conserved expression pattern is found in the otic vesicle where
similar isoforms representing these four gene families are found. In the mouse these genes
are Pax2, Eya1 and 4, Six1 and 4, and both Dach isoforms (Davis et al., 1999, 2001;
Noramly and Grainger, 2002). For ear formation Eya1 and Six1 appear to be individually
critical since null mutations in either Eya1 or Six1 do not affect the formation of the otic
placode and vesicle, but there is no further morphogenesis (Xu et al., 1997, 1999; Zheng et
al., 2003). Biological redundancy is suggested by the formation of the ear in spontaneous
and null mutations of the Pax2 gene (Torres and Giraldez, 1998; Xu et al., 1999) and by the
absence of any phenotypic changes associated with the loss of the Dach1 gene function
(Davis et al., 2001). These data show that this gene network is crucial for ear
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morphogenesis. Interestingly, the haploid insufficiency observed in human and mouse Eya1
mutations suggests that alterations in gene dosage, protein levels, or function can affect
morphogenesis (Abdelhak et al., 1997a,b; Johnson et al., 1999; Vincent et al., 1997).

Similar to other genes implementing ear morphogenesis, these regulatory elements also play
a role in histogenesis as indicated by their expression patterns in the developing ear. One
example is the Eya4 gene, which is initially expressed in the otic vesicle (Borsani et al.,
1999; Wayne et al., 2001). This isoform is present primarily in the upper epithelium of the
cochlear duct in a region that develops Reissner’s membrane and the stria vascularis. At
E18.5 Eya4 is in areas of the cochlear duct destined to become spiral limbus, organ of Corti,
and spiral prominence, with the highest level of expression occurring in the basal turn and in
the early external auditory meatus. Diminishing levels of expression are found at later stages
in these tissues and in the developing cochlear capsule during the period of ossification from
birth to P14. In the vestibular system Eya4 is observed in the developing sensory epithelia.
Interestingly, mutating Eya4 results in late onset deafness associated with the DFNA10
locus (Pfister et al., 2002; Wayne et al., 2001).

D. Fibroblast Growth Factors
FGFs are well known for their role in branching morphogenesis. However, they play a
pivotal, but not necessarily conserved, role in ear formation and are likely important factors
in the morphodynamic mechanisms of ear development (see Chapter 4 by Brown et al. and
Chapter 8 by Wright and Mansour for further discussion). A significant morphogenetic
variability can be contributed by the large number of isoforms in the Fgf gene family and
their four different receptors. In chicken, FGF3 and FGF19 have been suggested for placode
induction (Ladher et al., 2000; Vendrell et al., 2000). Other data also suggest a role for
FGF2 and FGF8 in chicken ear morphogenesis (Adamska et al., 2001). Zebrafish appears to
have an interaction between Fgf3 and Fgf8 that is crucial for ear morphogenesis (Liu et al.,
2003; Phillips et al., 2001). In mammals, early effects of Fgf8 have not been studied owing
to early embryonic lethality, but Fgf8 is later expressed in the ear (Pirvola et al., 2000,
2002). Fgf19 is not known to play any role in mammalian ear formation and an ear forms in
Fgf3 null mutants (Mansour, 1994). Biological redundancy is associated with the FGF3,
which signals in parallel with FGF10, FGF7, and FGF22 (Satou et al., 2002) through the
Fgfr2b receptor. In FGFR2b null mutants there is a loss of almost all ear morphogenesis
(Pirvola et al., 2000). Consistent with the signaling redundancy of FGFs through FGFRs,
there appears to be a less severe effect of Fgf10 null mutation on ear morphogenesis (Pauley
et al., 2003). Most important is the effect on the vestibular canal growth that is consistent
with the FGF’s role in branching morphogenesis (Pauley et al., 2003; Pirvola et al., 2000).
Other FGFs and FGF receptors appear to play a role in cellular differentiation of the mouse
ear (Colvin et al., 1996; Pirvola et al., 2002). Modeling their molecular interactions
(Davidson et al., 2002) will require a much deeper knowledge of the genes, their qualitative
and quantitative expression patterns, and their function in ear development.

In summary, all these genes play a role in both morphogenesis and histogenesis of the inner
ear, as well as a survival role in the mature system. Their role in the morphostatic and/or
morphodynamic mechanisms of ear development must be understood in terms of their
spatiotemporal expression patterns before their complete function is ascertained. Dissection
of their role in ear development must be approached by using conditional mutant mouse
lines to understand the contextual role these regulatory genes are playing. In addition, it is
becoming increasingly obvious that ear formation can be negatively affected by numerous
genes, and working out their interaction will be paramount for any further understanding of
ear development, evolution, and the underlying morphogenetic and histogenetic
mechanisms. If taken at face value, the data also suggest limited conservation and possible
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changes in the role played by apparently orthologous genes across taxa. This raises the
specter that the overall network of gene interactions might be conserved but that the
interchangeable use of other members (isoforms) of the same gene family can differ among
the vertebrate taxa. If true, this would mean that substitution of one isoform for another will
alter the context of all other genes expressed in the ear. Thus, this could cause rapid
molecular and morphological evolution of certain aspects of ear morphogenesis while
keeping the overall formation and histogenesis of the ear largely unchanged, precisely what
has been described in ear evolution (see Fig. 2). The task at hand will be to correlate such
gene substitutions with major morphological alterations such as the formation of the
mammalian cochlea and gnathostome horizontal canal.

IV. Evolution of the Ear: Molecular Origin of Mechanosensory Cells
Predates Formation of the Ear

Hair cells are among the few unique vertebrate features not apparently shared with
invertebrates (Jorgensen, 1989). Among the distinguishing features of vertebrate hair cells
are the asymmetrical apical specializations, which lead to changes in the resting potential
proportional to shearing forces acting on a mechanosensory ion channel (Strassmaier and
Gillespie, 2002). In addition, up to 500,000 hair cells Corwin, 1981) assemble into a large
( sensory epithelium in a complicated three-dimensional structure, the labyrinth (Lewis et
al., 1985). In contrast to most invertebrate sensory systems, vertebrate hair cells are
connected to the central nervous system (CNS) via separate neurons grouped into distinct
ganglia (Fritzsch, 1988b). Among invertebrates, such sensory cells without axons exist also
in some cephalopods (Budelmann, 1992). Among cephalochordates, sensory cells without
axons have been described for the lancelet, a likely vertebrate ancestor (Conway Morris,
2000) and ascidians (Burighel et al., 2003). Sensory cells without axons and the generation
of a separate set of neurons that connect those sensory cells to the brain might therefore be
ancestral features of vertebrates and possibly chordates (Fig. 3) and are shared features of
mechanosensory hair cells and taste receptors (Fritzsch et al., 1998a).

A variety of mechanosensory cell types with axons are present in invertebrates, with the
touch receptor of Caenorhabditis and the mechanosensory bristle of Drosophila (Caldwell
and Eberl, 2002) representing possible prototypical mechanoelectric transducers comparable
to those present in the hypothetical ancestor of all bilaterally symmetrical organisms.
Moreover, the numbers of mechanosensory cells in some invertebrates (see Fig. 3) can
approach or exceed the numbers reported for inner ear hair cells of vertebrates (Fritzsch and
Biesel, 2001). Thus, with respect to neither the overall cellular specialization nor the number
of individual cells in a given sensory organ are vertebrates unique among triploblastic
organisms.

In the past the reconstruction of hair cell evolution has relied almost exclusively on
comparison of adult and developmental features of extant invertebrates and chordates with
vertebrates. Using the molecularly characterized developmental mechanisms outlined, we
want to establish a plausible scenario for the continuity of interacting genetic networks, as
well as for their modification, to achieve the unique vertebrate outcome. To obtain this, we
need to compare early development of hair cells in vertebrates with invertebrate sensory cell
development and analyze whether homologous genes are used to specify the different sets of
cells needed to form a mechanosensory transducer organ in divergent phyla.
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V. Developmental Molecular Biology of Hair Cell and Sensory Neuron
Formation

Before we can discuss the evolutionary link between hair cell and sensory neuron
development in the ear, we need to have a detailed understanding of the molecular basis for
the formation of these neurosensory components in the vertebrate ear. Recent years have
revealed the molecular basis for their formation using mainly the mouse as a model system.
These data suggest the role of the following molecules and their interactions in the
formation of these cells.

All neurons in vertebrates are derived from ectodermal cells that are transformed by a
cascade of genes into neuronal precursor cells. Several genes have been identified that
appear crucial for this switch in fate. These genes are referred to as “proneural genes”
because of their apparent capacity to transform ectodermal cells into neurons (Lee, 1997).
They all belong to the growing family of basic helix-loop-helix (bHLH) genes that encode
an ancient protein family with a highly conserved DNA binding domain (Bertrand et al.,
2002). Proneural bHLH proteins form heterodimers with the ubiquitous E-proteins (i.e., the
insect daughterless proteins) that enable them to bind to DNA and exert their function.
These proteins have not only the unique capacity to turn ectodermal cells into neurons in
gain-of-function experiments (Lee, 1997; Ma et al., 1996) but can also determine cell fate in
rather unrelated tissues such as pancreas (Liu et al., 2000) or gut (Yang et al., 2001). They
can also generate neuron-like cells such as Merkel cells (Bermingham et al., 2001).

Given this unique capacity of the proneural genes, it is obvious that these genes are tightly
regulated in their spatiotemporal expression through interaction with a number of other
transcript regulatory factors. Some of these factors interfere with the heterodimerization of
bHLH proteins by binding to the E-proteins. These genes encode proteins that inhibit
differentiation and are thus referred to as “inhibitors of differentiation” or Id genes. Others,
such as the vertebrate hairy and enhancer of split paralogs, Hes/Her/Esr, act as classical
DNA binding repressors of proneural gene transcription. The activation of the latter family
appears to be regulated by the ubiquitously present delta–notch system, which negatively
regulates the proneural commitment among neighboring cells. However, this so-called
lateral inhibition requires the upregulation of bHLH genes in a limited number of cells to
prompt the start of the delta–notch system. Most of the factors that drive this initial
upregulation of proneural bHLH genes are still unknown, but the Zic genes are good
candidates.

In general, the bHLH genes can be divided into three functional groups: true proneural
bHLH genes that generate a neural lineage, bHLH genes that drive neural differentiation,
and bHLH genes that drive the switch from neural to glial cell lineage (Bertrand et al., 2002,
Zhou and Anderson, 2002).

Loss-of-function (targeted null mutations of the respective genes) experiments have clarified
some of the proneural genes crucial for inner ear primary sensory neuron development (Fig.
4). The work of Ma and colleagues (Ma et al., 1998) showed that inner ear primary sensory
neuron formation requires the vertebrate bHLH gene neurogenin 1 (Ngn1). Indeed, a follow-
up study showed that no primary sensory neurons ever form in these mutants (Ma et al.,
2000). Nevertheless, such ears develop fairly normally in their overall histology, suggesting
that ear formation and even development of many hair cells is largely autonomous of
innervation. Although those hair cells that do form are morphologically normal (except for
some minor disorientation), hair cell numbers are reduced to various degrees in Ngn1 null
mutant mice. Most interestingly, the cochlea is shortened and the saccule is almost
completely lost. In addition, extra rows of hair cells form in the shortened cochlea (Fig. 5).
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These data suggest a significant interaction between progenitor cells that form primary
neurons and progenitor cells that give rise to hair cells, supporting cells, and other inner ear
epithelial cells. The simplest explanation would be a clonal relationship between primary
sensory clones and hair cells and supporting cells (Fekete and Wu, 2002; Fritzsch et al.,
2001). However, other possible interactions cannot be excluded (Fritzsch et al., 2002).

Other data have shown that hair cells require the expression of the bHLH gene
Math1(mouse Aton1) for their formation (Bermingham et al., 1999). However, Math1, the
bHLH gene responsible for hair cell differentiation, does not function as a true proneural
gene to establish a neural lineage in the mammalian brain (Bertrand et al., 2002). In contrast
to how it functions in most vertebrates, in mammals Aton functions only to select progenitor
cells from a pool of already specified neuroepithelial stem cells (Bertrand et al., 2002). In
this context data suggest that the gene that establishes the hair cell lineage is still unknown
(Chen et al., 2002). Confirming and extending this conclusion are data on organ of Corti
tissue culture showing that Math1 is not required for the initial expression of MyoVIIa,
MyoVI, α9AchR, fimbrin, Brn3c, and other hair cell markers (Rivolta et al., 2002). This
conclusion is also supported by the precocious expression of the neurotrophin BDNF in the
cochlea, prior to the upregulation of Math1, in what appears to be hair cell progenitors
(Chen et al., 2002; Farinas et al., 2001). Preliminary data of our group suggest that BDNF is
even expressed in hair cell progenitors in Math1 null mutants. Interestingly, some hair cells
apparently require Math1 to drive BDNF expression, whereas other hair cells express BDNF
even in the undifferentiated hair cell precursors that form in Math1 null mutants. However,
expression of BDNF is in some but not all undifferentiated precursors of Math1 null
mutants. This suggests that other genes also regulate BDNF expression in hair cell
precursors and supports the conclusion of the Math1–LacZ analysis that hair cell precursor
formation does not require Math1.

Either Ngn1 and/or an as yet unspecified proneural gene could play the role of inducing
neuroepithelial commitment in the parts of the otocyst that give rise to Math1-mediated hair
cell differentiation. As a consequence of the absence of primary sensory neuron formation in
Ngn1 null mutants, the ear develops completely isolated from direct brainstem connections
because afferents do not form and neither efferents nor autonomic fibers appear to reach the
ear in these animals (Ma et al., 2000).

Absence of proneural genes in insects leads to the complete collapse of sensory organ
formation (Caldwell and Eberl, 2002). We therefore analyzed double null mutants for both
Ngn1 and Math1. If these were the only proneural bHLH genes that were independently
expressed in the ear, one would expect severe consequences for ear morphology. However,
our preliminary results on a single double-null mutant that also expresses BDNF–LacZ show
that absence of both Ngn1 and Math1 is compatible with ear formation (Fig. 6). Either a
third as yet undescribed bHLH gene is present in the mammalian ear or the morphogenesis
of the ear is fully independent of the neurogenesis of sensory neurons and the formation of
hair cells. The fact that RA treatment can block entirely the morphogenesis but still allow
neurogenesis of the ear placode to proceed (Fritzsch et al., 1998a) would be compatible with
this latter suggestion. Further studies on this subject are clearly warranted.

The next step in primary sensory neuron differentiation is apparently mediated by the bHLH
genes of the NeuroD family (Kim et al., 2001; Lee, 1997). As is the case in other true
proneural genes, Ngn1 is only transiently upregulated in primary neuron precursors. As
primary sensory neuron precursors delaminate from the otocyst wall, the primary sensory
neuroblasts downregulate Ngn1 and upregulate NeuroD (Kim et al., 2001; Liu et al., 2000;
Ma et al., 2000). Based on data in the CNS, the presence of either Ngn1 or NeuroD
(alternate symbol for Neurod1) seems to be involved in the continued proliferation of
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neuroblasts through interference with the cell cycle (Bertrand et al., 2002). Indeed, factors
involved in regulating proliferation are only now becoming apparent in other developing
systems such as muscle and olfactory epithelium (Wu et al., 2003). How many of these
regulatory elements are utilized in the ear remains speculative at the moment.

It appears that NeuroD affects delamination of neuroblasts from the otocyst (Liu et al.,
2000) and causes aberrant migration of surviving vestibular neurons in NeuroD null mutants
(Kim et al., 2001). In NeuroD null mice the surviving neurons form disorganized projections
to the cochlea and the utricle (Fig. 7). These resemble the vestibular projection defects
known from mutation in the Pou domain factor, Pou4f1 (also designated as Brn3a) (Huang
et al., 2001). It remains to be seen whether all the migration and projection defects in the
NeuroD mutant can be attributed to the fact that NeuroD is upstream of Brn3a.

NeuroD null mutation differential affects the cochlear primary neurons (almost completely
lost) more than the vestibular primary neurons (many survive, but they are dislocated and
project aberrantly). This may relate to the fact that the acquisition of specific neuronal fates
requires interaction with homeobox genes such as Pax genes (Lawoko-Kerali et al., 2002).
In contrast to the vestibular primary sensory neurons, cochlea (spiral) primary sensory
neurons express Gata3 (Karis et al., 2001; Lawoko-Kerali et al., 2002). GATA factors,
including pannier and presumably its vertebrate homologue GATA3 (Bertrand et al., 2002;
Karis et al., 2001), can interact with bHLH dimers for transcriptional regulation and may be
directly involved in specific aspects of cochlear and vestibular fate determination via
regulation of bHLH gene transcription. Unfortunately, most Gata3 null mutants result in
embryonic lethality before hair cell differentiation is achieved. Nevertheless, it is important
to note that a human GATA3 mutation exists and causes deafness (Van Esch et al., 2000).

In summary, the genes that regulate formation of the neurosensory aspects of ear
development are beginning to emerge and their function has been tested in specific null
mutant mice. Although the beginning of this line of research has provided dramatic
breakthroughs in our understanding of this process, numerous open questions remain before
this research can be extended to guide aspects of neurosensory regeneration that would
benefit humans with neurosensory hearing loss.

A. Invertebrate Sensory Cell Developmental Factors
Drosophila sensory organ development requires a set of genes that have been shown to be
conserved in vertebrates. The early specification of position is influenced by a number of
genes such as zinc finger and TGFβ-related genes (Caldwell and Eberl, 2002). Homologues
of these genes exist in vertebrates and their role in ear development is considerable
(Brigande et al., 2000; Cantos et al., 2000; Fekete and Wu, 2002; Karis et al., 2001). These
genes may regulate expression of various bHLH genes such as achaete/scute in external
sensilla and atonal in chordotonal organs. In addition, in vertebrates Bmp4 and its
antagonists play a role in patterning of prepatterning gene expression (Bally-Cuif and
Hammerschmidt, 2003). Such genes are crucial for overall development of sensory elements
in both vertebrates and invertebrates by setting up proneuronal clusters and by controlling
their cell cycle.

Further development of these proneuronal clusters requires a set of intrinsic signaling genes
that apparently act in a stereotyped fashion, are highly conserved across evolution, but have
increased in the number of genes between unicellular and multicellular organisms (Venter et
al., 2001). One cell, the sensory organ precursor cell, strongly expresses a bHLH gene. This
bHLH gene expression upregulates Delta gene expression. DELTA downregulates
prosensory bHLH gene expression in adjacent cells through its receptor, NOTCH. In fact,
Delta/Notch expression can cause irreversible loss of neurogenic capacity (Morrison et al.,
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2000), thus being able to fine-tune the pattern of proneuronal clusters. This process leads to
the selection of clusters or single proneuronal cells in a rich variety of patterns (Chan and
Jan, 1999). Acting in parallel, other factors, such as NUMB and PROSPERO, help to
reinforce cellular commitment (Sen et al., 2003).

Most interesting is the high degree of conservation of the cellular function of the atonal/
Math1 genes across phyla. Whereas minor differences such as the loss of proneural function
in the vertebrate Math1 gene are intriguing, the common function in mechanosensory
transducing cells appears to be conserved. Indeed, the conservation goes so far that the
Math1 transgenes can rescue the atonal mutant phenotype in the fly (Ben-Arie et al., 2000).
In contrast to many other transcription factors, atonal transgenes in Math1 null mutant mice
rescue hair cell differentiation (Wang et al., 2002), thus suggesting an extraordinary
conservation of function, if embedded in the right context. However, Math1 is a powerful
differentiation factor but not a true proneural gene in mammals. It remains to be shown
whether other bHLH genes can rescue hair cell differentiation if expressed under Math1
promoter control. Such partial rescue of function has been demonstrated in Mash1/Ngn2
transgenic mice (Cau et al., 2002) and need to be tested for Math1.

Beyond the similarity in developmental regulatory genes, other unique hair cell–specific
markers such as the unconventional myosin VIIa are also present in the fly scolopidial
attachment (Caldwell et al., 2002). It has been suggested that this high degree of
conservation of transcriptional factors across phyla relates to the evolution of the
mechanoelectrical transducer system (Fritzsch et al., 2000) that might be common in great
detail across phyla (Walker et al., 2000). However, the simple fact that this
mechanoelectrical transducer channel has not yet been identified leaves this argument open
to future scrutiny.

B. Vertebrate Hair Cell Development
Relying in part on the distribution of Delta and Notch, several investigators (Adam et al.,
1998; Eddison et al., 2000) have proposed homology between cells in the insect sensilla and
those of the vertebrate ear sensory epithelium. However, this idea does not take the full
complement of gene complexity of vertebrates and insects into account (Fritzsch et al.,
2000). Briefly, it appears that the mouse atonal homologue 1 gene Math1, a proneuronal
bHLH gene, is necessary for hair cell formation (Bermingham et al., 1999). Yet a
mammalian atonal paralogue gene, Ngn1, is essential for sensory neuron development (Ma
et al., 1998, 2000). Neurogenin-like genes have been identified in insects and the lancelet
(Holland et al., 2000). These data could simply indicate that gene multiplication has already
in urbilaterians generated various bHLH genes (Dehal et al., 2002). Those genes are now
assigned to different functions in the various existing metazoan lines (see Fig. 3). Also,
continued further increase in bHLH genes exists in various metazoans, thus complicating an
evolutionary analysis.

Unfortunately, current analysis of the bHLH genes and their regulators does not indicate
expression outside the CNS in the lancelet, except in presumed chemosensory cells (Holland
et al., 2000). Interestingly, Ngn1 is also essential for olfactory sensory neuron formation
(Wu et al., 2003). Assuming conservation of bHLH function, this suggests that the many
sensory organs in the skin of the lancelet may be directed in their development by an as yet
undetected proneuronal bHLH gene(s). Finding this gene(s) is essential to establish
molecular continuity between chordate and vertebrates in sensory cell development.
Alternatively, in light of atonal involvement in internal proprioreceptors (Wang et al., 2002),
it is possible that the ear is related to an as yet unidentified proprioreceptor in the common
bilaterian ancestor, lost in the lancelet.

Fritzsch and Beisel Page 11

Curr Top Dev Biol. Author manuscript; available in PMC 2014 January 28.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



The sequencing of the second potential vertebrate outgroup among chordates, the tunicate
Ciona (sea squirt), indicates the presence of a number of bHLH genes (Dehal et al., 2002).
However, in the absence of more detailed information about their expression, in particular in
the atrium (Imai et al., 2002), no clear conclusion about conservation across chordates can
be drawn for these genes. The presence of sensory cells in the atrium, if combined with in
situ hybridization for the Math1 and Ngn1 orthologues in tunicates, could potentially clarify
the cellular and molecular origin of the vertebrate ear. However, the forkhead Eya and Fgf
genes, crucial for ear formation and morphogenesis, either are not expressed outside the
CNS in tunicates (Imai et al., 2002) or their expression in the atrium is not known. It is
entirely possible that both tunicates and lancelet have diverged so far from the common
ancestral pattern through regressive evolution, an event well known in the mechanosensory
system of the ear and the lateral line (Fritzsch, 1988a; Fritzsch and Wake, 1988), that they
will not reveal the sensory neuronal origin of the vertebrate ear.

Similar to data for other developmental genes that are highly conserved across phyla, these
data suggest that essential components of a common genetic network play major roles in
both invertebrate and vertebrate sensory cell formation. In fact, null mutants of Atonal (ato)
or Math1 cause the absence of specific mechanosensory cells in insects and vertebrates,
respectively, and thus show that these bHLH genes constitute a crucial node for the overall
cellular development network, hence its conservation across phyla. Although we have at
least one important universal developmental gene for a subset of insect and vertebrate
mechanoreceptors, a number of issues still need to be resolved. For example, which other
bHLH genes (if any) are also able to substitute for atonal (assuming that many bHLH genes
can be interchanged to varying degrees) as a consequence of the properties of their
conserved DNA binding domain.

VI. Evolution of Sensory Neurons: Heterochronic Alteration of HLH Gene
Regulation

One novel feature of the ear, compared to insect and worm mechanosensory cells, is the
existence of sensory neurons connecting the hair cells to the brain. It is likely that sensory
neurons formed after an ancestral bHLH gene duplication that allowed separate assignment
of fate to Ngn1 (sensory neurons) and Math1 (hair cell) expressing cells by retaining Math1
for the sensory (hair) cell and recruiting neurogenin for the sensory neuron. It appears that
neurogenin and atonal coexisted in invertebrates. In the lancelet neurogenins are not
recruited for peripheral nervous system development (Holland et al., 2000). The role of
neurogenins and atonal in salp development is still unknown (Dehal et al., 2002), but
paralogues of bHLH genes exist. In mammals, neurogenin expression exists in the olfactory
system formation, where it is downstream to achaete-scute complex homolog-like 1 (Ascl1)
(Calof et al., 2002). It is thus possible to have a sequential expression of several bHLH
genes in a developing cluster of prosensory cells. We presume that such sequential
expression in mechanosensory precursors was transformed in evolution into separate
expression in distinct clones. This separate expression will ultimately lead to the formation
of different cell types in the vertebrate mechanosensory precursors, sensory neurons, hair
cells, and supporting cells.

Transforming proneuronal clusters, which give rise to ciliated sensory neurons in the
bilaterian ancestor of insects and vertebrates, into cell clusters that give rise to both hair cells
and sensory neurons in vertebrates could have been accomplished by recruiting an existing
neurogenin gene to govern the divergent sensory neuron development in the vertebrate
lineage. We propose that another round of division of sensory neuron precursor cells gave
rise to the hair cell (retaining Aton) and sensory neuron (recruiting Ngn1). Such a scenario
suggests that both hair cells and sensory neurons together are homologous to ciliated sensory
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neurons of insects. It also suggests a clonal relationship between vertebrate hair cells and
sensory neurons.

Interestingly, sensory neurons emigrate from the area of the future sensory epithelia (Farinas
et al., 2001, Fritzsch et al., 2002) much like the equally Ngn1-dependent dorsal root
ganglion cell precursors delaminate from the spinal cord and hindbrain (Ma et al., 1999). It
is possible that this happens for a similar reason, escaping the antineuronal effect of BMP4
expressed in the dorsal part of the spinal cord (Gowan et al., 2001) and the developing
sensory epithelia (Morsli et al., 1998). It seems reasonable to assume, by analogy to insects,
that some of the pathfinding properties for these sensory neurons are coextensive with the
program that leads to the formation of sensory organs (Ghysen and Dambly-Chandiere,
2000). A set of novel downstream genes seems to have evolved, in part related to further
specifying neuronal connectivity (Gu et al., 2003; Pauley et al., 2003; Xiang et al., 2003). It
is conceivable that the function of Ngn1, which is expressed in cells of neural crest descent,
will lead to different sensory projections than when the same gene is expressed in cells of
otocyst descent.

The early formation of sensory neurons in inner ear development suggests a significant
reorganization of the developmental pathways to implement this evolutionary novelty (Ma et
al., 1998). In fact, existing data suggest that Ngn1 is expressed at least one day prior to
Math1 (Ma et al., 1998; Zine et al., 2001). Moreover, the behavior of sensory neurons
(being formed early and migrating away) is reminiscent of the formation of a glial cell in
insect sensilla development (Reddy and Rodrigues, 1999). It is possible that the insect
sensilla development was modified in ancestral vertebrates by the early upregulation of the
newly recruited Ngn1 in the common precursor of sensory neurons, hair cells, and
supporting cells.

VII. Guidance of Afferent Fibers: The Role of Hair Cells and Other
Mechanisms Revisited

Primary neuron primordia can be identified either as delaminating cells (Carney and Silver,
1983; Farinas et al., 2001; Fritzsch et al., 2002) emigrating through the basal lamina
surrounding the otocyst or as cells that express specific markers such as Ngn1 (Ma et al.,
1998), NeuroD (Kim et al., 2001; Liu et al., 2000), neurotrophins (Farinas et al., 2001), or
other genes (Fekete and Wu, 2002). Such delaminating cells are first apparent shortly after
the otocyst closes in mouse (E9.5) or even before the otocyst is completely formed in
chicken (Adam et al., 1998). Later, primary neuron primordia express many other genes
such as Gata3 (Karis et al., 2001; Lawoko-Kerali et al., 2002); Brn3a (Huang et al., 2001);
and others such as neurotrophin receptors (Farinas et al., 2001), Shh (Riccomagno et al.,
2002), and Fgfs (Pauley et al., 2003).

The possibility of unique identities for early primary sensory neuron precursors is
underscored by differential expression of several genes, even in early delaminating cells
(Lawoko-Kerali et al., 2002), and the fact that in Neurod1 null mutants most cochlear
neurons die in contrast to the loss of many fewer vestibular neurons (see Fig. 7) (Kim et al.,
2001). Overall, the already known diversity of gene expression indicates that the various
areas of the otocyst could provide unique identities to delaminating precursors based on
overlapping and discrete regions of transcription factor expression. Despite this interesting
start, it remains to be seen how differential areas of origin in the otocyst relate to differential
gene expression and, ultimately, differential projection of primary neurons to specific
sensory epithelia of the ear and specific areas of the brain (Maklad and Fritzsch, 2002).
Ultimately it is possible, given sufficient nested expression patterns of various transcription
factors within the ear, that primary neuron precursors acquire a unique cell fate assignment
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in the ear by analogy to that of neural-crest–derived primary sensory neurons and
motoneurons in the CNS (Brunet and Pattyn, 2002; Gowan et al., 2001; Qian et al., 2001). If
these initial data in the ear can be confirmed and extended by future work, development of
distinct peripheral and central projections would be a consequence of such molecularly
acquired cell fates already predetermined in the otocyst.

In this context it is important to realize that proliferation, delamination, migration to the
final position, and development of central and peripheral projections is a prolonged phase in
mammals and birds that lasts for several days (Rubel and Fritzsch, 2002; Ruben, 1967). As
previously pointed out by Carney and Silver (1983) and recently confirmed (Farinas et al.,
2001; Fritzsch et al., 2002), delaminating cells (which are likely neuronal precursors based
on Neurod1 expression) apparently migrate away from the otocyst along fibers of more
differentiated neurons that project toward the future sensory epithelia. Indeed, it appears that
spatiotemporally distinct populations of primary sensory neuron precursors specifically
extend along the existing neuronal fibers that reach toward the future primary sensory
epithelium. Thus, it is possible that fate acquisition, as specified through the gene expression
mosaic in the otocyst, results in restricted areas of primary sensory neuron delamination
with specific and predetermined fates.

Primary sensory neurons with acquired identities may subsequently project back to the area
from which they delaminated using other delaminating cells as substrate to extend their
peripheral processes. Such a scenario would allow primary sensory neurons to be randomly
distributed in the ganglia and to project nevertheless specifically to the ear and the brain,
using distinct and different guidance cues to navigate to their various targets. In fact, recent
data clearly show that most primary neurons projecting to distinct sensory epithelia are
mixed in their distribution rather than completely sorted within the ganglion (Maklad and
Fritzsch, 1999). Among the ear sensory epithelia, the cochlea of mammals is an exception
with its highly organized peripheral and central projection (Lorente de No, 1933). But even
here, topologically mismatched primary sensory neurons can comingle (Fritzsch, 2003). In
contrast, the distribution of primary sensory neurons in vestibular ganglion is more random
and the peripheral, exclusive projection to distinct endorgans contrasts with the highly
overlapping topology of the central auditory nuclear representation of individual sensory
epithelia (Maklad and Fritzsch, 1999, 2002). Indeed, tracing of early primary neurons shows
that some may already have extended an axon toward the brain before they delaminate from
the otic epithelium.

The literature is filled with suggestions that cell fate commitment occurs after either central
or peripheral contacts are established (Gompel et al., 2001; Northcutt et al., 1995).
Alternatively, it seems possible that primary sensory neuron cell fate determination starts in
the otocyst prior to delamination. Such cell fate determination may, through unknown
mechanisms, determine first where those primary sensory neuron precursors migrate to and,
second, where their peripheral and central projections extend. Clearly, NeuroD and Brn3a
are important players for this pathfinding (Huang et al., 2001; Kim et al., 2001), but next to
nothing is known about their downstream molecular partners outside the primary sensory
neurons. In the simplest scenario, primary sensory neurons project their dendrites back to the
area from which the cell bodies originated but must subsequently navigate to target
endorgan-specific hair cells. However, this is unlikely to be the only way peripheral fiber
projections are established as evidenced by numerous anastomoses between sensory
epithelia. Given the multitude of pathfinding molecules that have been characterized (Huang
et al., 2002; Tessier-Lavigne and Goodman, 1996), it seems likely that multiple mechanisms
come into play in the ear as well. Such mechanisms may be modifications of a common
theme specific for a given primary sensory modality (i.e., cochlea and gravistatic and
angular acceleration endorgans).
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Based on insights gained from other systems, it seems logical to explore the function of the
ephrin ligands and receptors, known to be expressed in the developing ear (Bianchi and Liu,
1999). However, no serious defect on fiber outgrowth has been reported thus far in the
relevant null mutant mouse lines (Cowan et al., 2000). Other factors associated with
guidance are the members of cell adhesion molecules, some of which are expressed in
intricate patterns in the developing ear (Davies and Holley, 2002). Again, no experimental
studies exist that support their function in fiber guidance in vivo. The semaphorins and their
receptors, the neuropilins and plexins, are well known for their roles in neuronal pathfinding
and regeneration (Cloutier et al., 2002; Pasterkamp and Verhaagen, 2001). Plexins and
semaphorins have been described in the developing ear (Miyazaki et al., 1999; Murakami et
al., 2001), but their potential function has not yet been explored using existing null mutant
mice, in particular the plexin null line (Cloutier et al., 2002). Recent work on semaphorin
receptor mutants indicates that these receptors may play a crucial role in guiding afferents
(Gu et al., 2003). Given that many semaphorins signal via just two receptors, a large degree
of redundancy can be expected and thus understanding the functions of these receptors and
their ligands in the ear may take some time (Suto et al., 2003). As with the FGFs, both
qualitative and quantitive expression patterns may further complicate this issue.

Last but not least, data suggest that glia–axon interactions may play a role in proper
pathfinding in the lateral line system (Gilmour et al., 2002). By logical extension, such a
role could also be played by glial cells in the developing ear, in particular for the outgrowth
of fibers toward the brain (Begbie and Graham, 2001a). Such issues could be studied in erbB
receptor mutant mice, which are known to eliminate glial cells (Morris et al., 1999). Indeed,
preliminary data on Erbb2 null mutant mice strongly support this notion (Morris and
Fritzsch, unpublished data).

A. The Role of Hair Cells in Fiber Guidance and Survival
Numerous observations suggest that hair cells attract fibers to innervate them (Bianchi and
Cohan, 1991, 1993), and some neurotrophic secretion might in part mediate these attractions
(Cajal, 1919). One way of exploring neurotrophin effects in the ear would be to eliminate
neurotrophins in the target of the inner ear afferents, the hair cells, by eliminating hair cells
or preventing their differentiation. This is expected to eliminate expression of BDNF
because in older embryos BDNF is expressed exclusively in hair cells within the ear (see
Figs. 5 and 6). In addition, if no hair cells form, it is likely that supporting cells may not
form normally because both are apparently linked in their differentiation via reciprocal
interactions mediated through the delta–notch regulatory system (Zine et al., 2001). Recent
investigations into two mutations that result in undifferentiated hair cells provide no
indication for losses of sensory neurons resulting from neurotrophin deficiency. However,
there are examples of sensory neuron loss that appear to be caused by abnormally low
expression of the trk receptors in other mutants (Huang et al., 2001; Kim et al., 2001; Liu et
al., 2000).

Mice lacking the Pou-domain–containing transcription factor, Brn3c, develop only a limited
complement of morphologically undifferentiated hair cells, which can be identified as hair
cells by hair-cell–specific molecular marker expression (Xiang et al., 1998). Closer
examination of afferent innervation (Fig. 8) showed no correlation of fiber loss with failure
to form differentiated hair cells (Xiang et al., 2003). Specifically, a robust sensory
innervation persists through embryogenesis into early neonatal life. The survival throughout
embryogenesis is apparently mediated by the limited expression of two neurotrophins,
BDNF and NT-3, in undifferentiated sensory epithelia as revealed with in situ hybridization
studies. Even several-month–old animals had a considerable innervation of the apical turn of
the cochlea. However, this long-term retention of cochlear innervation is likely not mediated
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by neurotrophins because these are downregulated in neonatal animals (Wheeler et al.,
1994).

It also seemed possible that examination of mutants lacking the bHLH transcription factor
Math1 would make it possible to test the possible functions of guidance and survival factors
released from hair cells on the guidance and survival of sensory afferent neurons. Analysis
shows that Math1 is required for hair cell differentiation and probably acts upstream of
Brn3c (Bermingham et al., 1999; Fritzsch et al., 2000). Surprisingly, there is very little
effect of this mutation on the initial fiber growth of sensory neurons (Fritzsch et al., 2003).
However, older embryos show a severe reduction of afferents that does not correspond to the
pattern of loss observed in neurotrophin null mutations. Closer examination of the
expression of BDNF using the BDNF–LacZ reporter showed that even in Math1 null
mutants some undifferentiated hair cell precursors form and express BDNF (see Fig. 6).
Thus, at least in some hair cell precursors BDNF expression does not require Math1-
mediated hair cell differentiation. Even complete elimination of hair cells as in the posterior
crista of FGF10 null mutant mice (Pauley et al., 2003) is compatible with directed fiber
growth (see Fig. 8).

Together the data show that at the time of this publication none of the attempts to eliminate
neurotrophin expression in the ear through mutation of essential transcription factors has
made it possible to test the proposal of Ramon and Cajal (Cajal, 1919) that hair cells secrete
neurotrophic substance(s) that attract sensory afferents. Unfortunately, the finding of
neurotrophin expression in delaminating sensory neurons has made the interpretation of
neurotrophin effects even more complex. Clearly, the limited expression of BDNF in the
undifferentiated hair cell precursors of Math1 null mutant mice is apparently enough to
support many afferents throughout embryonic life. Consequently, we cannot exclude a
biologically significant effect of the limited expression of neurotrophins within delaminating
sensory neurons. Thus none of the mutations described has critically tested an exclusive role
for hair cells in attraction and maintenance of inner ear sensory neurons.

VIII. Survival of Afferents: Evolving a Novel Mechanism and Expanding it to
Fit the Increasing Complexity of Ear Development

One of the major novelties in vertebrate development, the formation of a neurotrophin-
mediated cell survival loop, appears to be unique to vertebrates, with perhaps some genes of
unclear function present in invertebrates (Hallbook, 1999; Hallbook et al., 1998).
Interestingly, some Mollusca, but not insects, have separate sensory cells and sensory
neurons (Budelmann, 1992). Thus, neurotrophin-mediated cell survival may have evolved in
conjunction with the bHLH gene recruitment to distinct sensory neuron formation. It is also
possible that the neurotrophins and their receptors may have evolved during the ancestral
vertebrate gene duplication from primordial proteins (Hallbook, 1999, Jaaro et al., 2001).

Two neurotrophic factors, BDNF and NT-3, and their high-affinity receptors, trkB and trkC,
have been identified by in situ hybridization and other molecular techniques in the ear
(Farinas et al., 2001; Fritzsch et al., 1999; Pirvola et al., 1992; Wheeler et al., 1994).
Targeted mutations of each of these neurotrophins and receptors have clarified their relative
contributions to the survival of different sensory neurons in the ear (Fritzsch et al., 1999).
These data have shown that there is a dramatic loss of 85% of cochlear sensory (spiral
ganglion) neurons in Ntf3 null mutants (Farinas et al., 1994, 2001; Fritzsch et al., 1997) and
80–85% of vestibular neurons in the Bdnf null mutant (Bianchi et al., 1996; Ernfors et al.,
1995; Jones et al., 1994; Schimmang et al., 1995). Somewhat similar effects have been
described in neurotrophin receptor null mutants (Fritzsch et al., 1995, 2001b). Detailed
counting has shown that neuronal loss happens within 2–3 days after the fibers have first
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extended toward the sensory epithelia (Bianchi et al., 1996; Farinas et al., 2001). Together
these data suggest that vestibular and cochlear sensory neurons have distinct but
complementary neurotrophin requirements (Ernfors et al., 1995).

The relative distribution of neurotrophins with more prominent expression of BDNF in the
vestibular system and of NT-3 in the cochlea does support the evidence for complementary
roles of these neurotrophins in the vestibular and cochlear sensory epithelia, respectively
(Farinas et al., 2001; Pirvola et al., 1992). In the context of the hypothesized role of
neurotrophin function in numerical matching of pre- and postsynaptic targets, it needs to be
pointed out that in the ear there is no uniform relationship between afferents and hair cells,
which can vary from 30–1 (convergence on a single inner hair cell) to 1–30 (divergence on
outer hair cells and some vestibular fibers). It remains questionable how a single
neurotrophin, such as BDNF, distributed fairly uniform in all hair cells, should be able to
mediate these differences. Clearly, quantitative data on specific amounts of BDNF expressed
in different types of hair cells are needed to evaluate this aspect of ear innervation.

Whereas specific null mutations have shown significant effects on sensory neuron survival
projecting to distinct endorgans of the ear, it remains unclear whether more neurotrophins or
other neurotrophic factors might add to the survival of inner ear sensory neurons. However,
double mutant mice, which lack both the neurotrophin receptors Ntrk2 and Ntrk3 or both
neurotrophins Bdnf and Ntf3, have no surviving sensory neurons in the inner ear at birth
(Ernfors et al., 1995; Liebl et al., 1997; Silos-Santiago et al., 1997). This dramatic effect of
double mutations on ear innervation therefore puts to rest any speculations about additional
neurotrophins and neurotrophin receptor requirements. These data on double mutants also
show that even if other ligands and receptors are present their function for the development
of the inner ear sensory neurons is not critical compared with BDNF/NT-3 and their
receptors trkB/trkC, similar to the ubiquitous p75 neurotrophin receptor.

Specific losses of distinct cochlear and vestibular afferents occur in single neurotrophin and
neurotrophin receptor null mutant mice, and these losses are related to a highly dynamic
pattern of expression of neurotrophins but not of neurotrophin receptors in the ear (Farinas
et al., 2001; Pirvola et al., 1992). Both during development and in the adult sensory neurons
there appears to be a uniform expression of both trkB and trkC on all of the sensory neurons
in the ear (Farinas et al., 2001; Fritzsch et al., 1999).

In addition, primary sensory neurons express neurotrophins soon after delamination is
initiated from the placodal epithelium (Farinas et al., 2001). Furthermore, a given primary
sensory neuron expresses the same neurotrophin, which is present in the area of the otocyst
from which it delaminated (Fritzsch et al., 2002). Comparison of BDNF and NT-3–LacZ-
positive cells with delaminating neurons marked by NeuroD–LacZ also suggests that the
delaminating BDNF or NT-3-positive precursors are in fact NeuroD-expressing neuronal
precursors (Fritzsch et al., 2002; Kim et al., 2001; Liu et al., 2000), but proof will require
colabeling for NeuroD and each of the neurotrophins.

These data indicate that initial fiber growth occurs normally in the absence of neurotrophins.
Indeed, initial fiber growth may use the same molecular cues recognized by the
delaminating primary sensory neuron precursors. However, there is subsequently a critical
period of neurotrophin dependency that will result in elimination of all connections that
reach areas normally or experimentally deprived of specific neurotrophins. Such aberrantly
growing fibers have been reported in the developing, but not in the adult, ear (Lorente de
No, 1926). The partially overlapping expression of neurotrophins reported in the developing
mammalian ear (Farinas et al., 2001; Pirvola et al., 1992) seems to translate into a
spatiotemporal loss of primary sensory neurons in specific mutants (Farinas et al., 2001).
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Particularly, in the cochlea there is a delayed upregulation of BDNF expression in the basal
turn, leaving all basal turn neurons solely dependent on NT-3 during a brief but critical
period of embryogenesis. Thus, if NT-3 is absent, there is a progressive loss of spiral
neurons, especially in the basal turn, where BDNF is not present to compensate for the
absence of NT-3. Overall, sensory neuron loss will occur in an embryo with a targeted
mutation in Bdnf or Ntf3 only where the other is not present to compensate for its absence.

This suggestion has led to the prediction that in the ear, NT-3 and BDNF are functionally
equivalent and can be substituted for each other without compromising the survival and
development of sensory neurons. Consistent with this prediction, data show that the
topological loss of sensory neurons in the basal turn in the Ntf3 mutant can be rescued by
transgenic expression of Bdnf under the control of Ntf3 gene regulatory elements (Coppola
et al., 2001). Likewise, the corresponding transgenic animal in which the Ntf3 coding region
is inserted into the Bdnf gene is equally effective in rescuing the BDNF phenotype in the
cochlea, but not in the vestibular system (Agerman et al., 2003).

Overall, these data support a role for a very early onset of elimination of exuberant or
unconnected afferents and the primary sensory neurons that generate these axons. This
verification of proper connections occurs immediately after the fibers have reached and
started to invade their target organs (as early as E11 in the canal epithelia and E13 in the
basal turn of the cochlea). The most interesting and striking effect of the single neurotrophin
null mutation is the dependence of the basal turn cochlear neurons on NT-3 (Fig. 9). This is
because BDNF shows a delayed expression in the basal turn. Clearly, BDNF can not only
compensate for NT-3 and rescue the basal turn neurons (Coppola et al., 2001) but can also
attract vestibular fibers from the nearby nerve to the posterior crista to innervate the basal
turn instead. It is conceivable that evolutionary pressures have resulted in the delayed
expression of BDNF in the basal turn because of the need to avoid misrouting of vestibular
afferents. Misrouting of vestibular fibers to cochlear hair cells, assuming they maintain their
normal connections in the CNS, will result in auditory information interfering with
perceptions of position and motion.

Interestingly, neurotrophins are apparently downregulated in neonates (Fritzsch et al., 1999;
Wheeler et al., 1994), and they appear to be largely lost in adults, despite the fact that their
trk receptors are still expressed in the sensory neurons (Fritzsch et al., 1999). This has led to
the suggestion that other neurotrophic factors may play a role in the neonatal death of
sensory neurons (Echteler and Nofsinger, 2000; Hashino et al., 1999), a suggestion that
requires further experimental verification in mutants with conditional targeting of
neurotrophin genes.

IX. Splitting Hair Cell and Neuron Populations: Coevolving Sensory
Epithelia and Their Innervation

In general, neurosensory evolution of the ear is based on the multiplication of existing
sensory patches and their innervation (Fritzsch and Wake, 1988; Fritzsch et al., 2002). These
modifications are likely followed by functional diversification through creation of modified,
unique acellular covering structures (Goodyear and Richardson, 2002) that allow
transduction of a previously unexplored property of the mechanical energy that reaches the
ear. Clearly, formation of separate epithelia can occur within the same compartment of the
ear and such compartments, like the lagenar recess, can be retained in the absence of sensory
patch formation (Fritzsch and Wake, 1988). Nevertheless, it appears reasonable to assume
that position within a given otic recess will influence hair cell differentiation. It seems
possible that the forming cochlear duct is providing a morphodynamic influence on the
differentiation of cochlear hair cells. Such tests require transplantation of hair cells from one
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sensory patch (i.e., the horizontal crista) into another patch (i.e., the cochlea), an experiment
that has never been carried out.

The simplest ear to be found in extant vertebrates is the hagfish ear. This ear has only three
sensory epithelia: one common macula and two crista organs in a single canal (Fritzsch,
2001a, b; Lewis et al., 1985). The largest number of sensory patches in the ear is found in
certain species of limbless amphibians (see Fig. 2), which have nine different sensory
patches: three canal cristae, utricle, saccule, lagena, neglected papilla, basilar papilla, and
amphibian papilla (Fritzsch and Wake, 1988; Sarasin and Sarasin, 1892). Descriptive
developmental evidence has long suggested that the evolution of multiple sensory epithelia
comes about through developmental splitting of a single sensory anlage (Fritzsch and Wake,
1998; Norris, 1892). Moreover, it appears that organs such as the lagena may have evolved
independently three times in vertebrates, each time by splitting off from the saccule
(Fritzsch, 1992). In contrast, other organs such as the basilar papilla may have evolved only
once, namely during the segregation of the lagena from the saccule in the tetrapod ancestors
(Fritzsch, 1987).

Such segregation and functional diversification are best documented for the neglected/
amphibian papilla system. It appears that location of each of the two sensory patches to
either the utricle or the saccule and association with the perilymphatic sound conduction
system may determine the future function as a sound pressure receiver or as an additional
vestibular receptor (Brichta and Goldberg, 1998; Fritzsch and Wake, 1988). Another well-
documented example is the utricle in some bony fishes (e.g., herring) that forms three
distinct sensory patches. Although two of these patches retain their ancestral function as
gravistatic receptors, one patch has acquired a novel function as a sound pressure receiver by
association with the perilymphatic sound conduction system (Fritzsch, 2001a; Lewis et al.,
1985).

Clearly, forming a sensory epithelium that can access a novel sensory stimulus requires
transformation of existing mechanoelectrical transducers through morphological alterations
to tap into this novel mechanical energy source. Sound pressure reception is not
accomplished by the mere formation of a novel sensory epithelium that can be dedicated to
perceive this energy. However, it is reasonable to assume that once such an uncommitted
receptor is available, changes in the ear morphology using some of the genes outlined may
achieve changes upon which further refinement can act in the slow process of selection of
appropriate function-based modification. It is conceivable that such alterations will take
place as soon as a new receptor forms simply because of the invariable alteration of FGF
and BMP interaction that comes with that change of the formation of a new sensory
epithelium. Indeed, comparing just BMP4 expression in chicken and mice (Morsli et al.,
1998; Wu and Oh, 1996) shows differences in the expression patterns that need to be further
explored by comparing the expression of BMP4 with those of FGF ligands and receptors
(Pirvola et al., 2002).

It is noteworthy that incomplete separation of normally segregated sensory patches has been
reported in mutations with altered morphologies (Fritzsch et al., 2001a; Pauley et al., 2003).
This implies that morphogenesis and segregation of sensory patches are linked, but not
necessary causal. One alternative explanation is simply that reduced morphogenesis limits
the capacity of the sensory patches to segregate.

X. Summary and Conclusions: Evolving Developmental Mechanisms
We have seen the beginning of a process that will untangle the evolution of developmental
genetic networks that combines mechanoelectrical cellular conservation via evolutionary
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“preserved” morphostatic pathways with novel morphogenetic features upon which specific
aspects of mechanical stimulation are maintained. This apparent contradiction of extreme
conservation in the molecular governance of mechanoelectrical transducer cell formation
across phyla (Wang et al., 2002) contrasts sharply with the apparent evolution of unique
genes that are expressed exclusively in the vertebrate ear to govern development of
vertebrate-specific acellular structures of the ear (El-Amraoui et al., 2001). Between these
two extremes the genes for ear morphogenesis are represented mostly by developmental
modules specifically modified to suit aspects of ear development. Within the context of
these modified morphogenic modules are the “ancient” genetic pathways for the ear-specific
neuronal elements. Overall, ear evolution resembles the networks of interactions and their
alterations known from complex ecosystems. Any alteration in frequency of expression of a
single aspect can have significant effects on the system as a whole. Keeping the
mechanotransducer sensory element constant allows evolution to optimize aspects of ear
morphogenesis to maximize acquisition of specific signals. Evolution of the vertebrate ear
can thus be best understood as an iterative developmental transformation toward optimized
signal transmission.

Such aspects of ear evolution are particularly clear when comparing the morphocline of
hagfish, lamprey, and jawed vertebrate ears (see Fig. 2). Hagfish have a single canal with
two epithelia that bear no cupula. Thus, hagfish will see similar rotational movements in the
plane of the single torus with opposing activities in either sensory epithelium. Lampreys
have evolved a two-canal system that allows extraction of two distinct angular movements at
an angle of about 90° to each other in each ear. Jawed vertebrates have evolved a third canal
that allows them to extract selectively horizontal angular movements, a stimulus that needs
computational work to be extracted from the single or two-canal labyrinth of jawless
vertebrates. Clearly, optimizing the extraction of angular stimuli in three orthogonal planes
is not a matter of optimizing the mechanoelectrical transducer but rather of optimizing
morphogenesis of the ear. It is therefore expected that diversity in morphogenetically
important transcription factors will be equivalent to that of ear morphogenesis, whereas
transcription factors involved in hair cell formation should be much less variable among
vertebrates.
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Figure 1.
These pictures demonstrate the effect of 5×10−7 M retinoic treatment at stage 13 of Xenopus
laevis. Animals were sacrificed at stage 40, embedded in paraffin, and serially sectioned. (A)
Note that the ear is reduced to an otocyst vesicle (O) but nevertheless forms numerous
ganglion neurons (G) that delaminate from this reduced otocyst. (B) As with the ear, the
morphogenesis of the eyes can be completely blocked by RA treatment, leading to the
formation of retina receptors (R) facing into the third ventricle (III) of the diencephalons
(D). N, notochord; P, Pharynx; B, midbrain. Bar indicates 100 μm.
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Figure 2.
The morphogenetic evolution of the vertebrate ear is shown. How ciliated mechanosensory
cells became associated with this morphogenetic process remains unclear. However, the
living vertebrates display a morphocline of increasing complexity in the vestibular system
that peaks with the nine distinct sensory receptors in some amphibians. Tetrapods, and
possibly the coelacanth Latimeria, have evolved a basilar papilla in addition to the vestibular
receptors. The major morphogenetic progress of the vestibular system was the split of the
single torus of hagfish into two semicircular canals in lampreys and the formation of a
horizontal canal in all gnathostomes ( jawed vertebrates). It is likely that expression of Otx1
was essential for the evolution of the horizontal canal. AC, anterior crista; Co, cochlea; HC,
horizontal canal and crista; PC, posterior crista; S, sacculus.
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Figure 3.
The evolution of sensory cells from simple single cells in the epidermis of diploblastic
animals (bottom center) to complex multicellular organs in all three major radiations of
triploblasts and in certain diploblasts is shown. Note that among ecdysozoans, insects have
complex auditory receptors that consist of sensory cells with axons projecting to the central
nervous system. Among lophotrochozoans, cephalopods have equally large statocysts with
sensory cells with an axon, as well as sensory cells innervated by specialized sensory
neurons. Vertebrates also have complex sensory organs that consist exclusively of sensory
hair cells that are innervated by sensory neurons that derive from the same otocyst. bHLH
genes that regulate sensory cell development in insects (atonal) and hair cell development in
vertebrates (Aton1) can be experimentally interchanged. It remains to be seen, however,
whether diploblasts have a conserved atonal-like bHLH gene, which may be the basis of the
cell fate commitment toward a mechanosensory cell.
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Figure 4.
The three known bHLH genes that are essential for neurosensory development in the ear are
shown. (A) The cross-sectioned otocyst of a E9 day-old mouse embryo shows the in situ
expression of Ngn1 in the ventromedial aspect of the otocyst as well as in delaminating
cells. (B) NeuroD is revealed with a LacZ reporter and shows a patchy distribution in many
hair cells of the vestibular epithelia. (C) In contrast, Math1 is found in every hair cell of the
vestibular and cochlear sensory epithelium at this developmental stage. Bar indicates 100
μm.
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Figure 5.
The effects of a null mutation of Ngn1 on the development of hair cells is shown. Using a
BDNF LacZ reporter to label hair cells (A, B, D, E) obvious differences appear. The saccule
(A, D) is almost completely lost in Ngn1 null mutant mice. The cochlea (B, E) is shortened
and shows only a single turn. In addition to being shorter, the upper middle turn is wider and
shows up to six rather than the usual four rows of hair cells (C, F). Bar indicates 100 μm (A,
D), 1 mm (B, E), and 10 μm (C, F).
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Figure 6.
The effect of loss of both Ngn1 and Math1 on ear development and development of hair cell
precursors is shown in three littermates. Note the absence of all sensory neurons and the
reduction in size of the saccule and the cochlea in Ngn1 null mice (A, B). Combining Ngn1
null with Math1 null (C) is a simple combination of the Ngn1 phenotype (reduction in
cochlea and saccule) with the Math1 null phenotype (absence of BDNF–LacZ-positive cells
in the utricle, saccule, and basal turn of the cochlea). In contrast, the apex and the three canal
cristae show BDNF–LacZ-positive cells even in the double-null mutants. Bar indicates 100
μm.
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Figure 7.
The effect of a NeuroD null mutation on the pattern of innervation of the cochlea and
vestibular system is revealed with Dil tracing and confocal microscopy. All vestibular and
cochlear epithelia show hair cells, but some hair cells have no innervation. In the vestibular
system, the utricle shows a somewhat disorganized innervation in the NeuroD mutant (B)
but may lack all innervation of canal cristae (A, B). The cochlea shows a reduction in size
and a loss of most spiral sensory neurons (C, D). The remaining neurons expand their
peripheral processes to innervate most inner hair cells and a few outer hair cells. Bar
indicates 1 mm (C, D) and 100 μm (A, B).
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Figure 8.
These images show that directed fiber growth and even long term retention of fibers is
possible without differentiated hair cells. In Brn3c null mutants, fibers grow to all sensory
epithelia (A–C) and some are retained even 6 month old mice in the absence of hair cells (D,
E). In FGF10 null mutant mice, there is no formation of a posterior crista (PC) but fibers
grow toward this part of the ear at embryonic day 11 (F, G). However, in the absence of a
posterior crista, fibers can not expand to innervate a sensory epithelium (H, I) and eventually
disappear. AC, anterior crista; HC, horizontal crista; OHC’s, outer hair cells; PC, posterior
crista. Bar indicates 100 μm.
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Figure 9.
The effects of neurotrophin and neurotrophin receptor null mutations on the pattern of
cochlear innervation is shown. Note the severe reduction in density of cochlear innervation
in a pair of neurotrophin ligand (NT-3) and neurotrophin receptor(trkC) null mutants (B, C).
In addition, there is a complete loss of all sensory neurons in the basal tip (Base) of either
neurotrophin or neurotrophin receptor null mutant (compare A with B, C). A Ntf3 null
mutation combined with Ntrk3 heterozygosity (designated as TrkC−/−/TrkB+/−) results in
further loss of innervation and a patchy distribution of the remaining sensory neurons (D).
Note that afferents from middle turn spiral sensory neurons (Spgl) expand along inner hair
cells (shown as a DIC image) to reach the base. Bar indicates 1 mm.
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