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Smo Smoothened (seven transmembrane signaling subunit in Hh-receptor complex)
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ABSTRACT

For many animals, a well-functioning dentition is essential for survival. Aberrations in number,
shape and size of teeth are common findings among various animals including humans. Although
dental anomalies do not usually threaten human lives, they are challenging problems in clinical
dentistry. Hypodontia, the lack of one or several teeth, is most common in third molars, of which
25% are missing. Premolar and incisor hypodontia affects maxillary lateral incisors and second
premolars. Oligodontia refers to the lack of several, usually more than six teeth and is usually
associated with other congenital defects such as ectodermal dysplasias. Ectodermal dysplasias
comprise a heterogenous group of hereditary disorders, which involve primarily structures of
ectodermal origin including teeth, hair and sweat glands. In most severe forms of ectodermal
dysplasia, patients have complete anodontia (all teeth are missing). This thesis has addressed the
roles of three genes, Eda, Edar and p63 in ectodermal organ development and the molecular
pathogenesis of ectodermal dysplasia syndromes.
All ectodermal organs develop through interactions of the epithelium and the mesenchyme. The
first morphological sign of ectodermal organ development is a thickening of epithelium. Subsequent
stages of organ formation include epithelial budding, folding, growing and branching until the size
and shape of the organ is final. The same conserved signaling pathways, which are used
reiteratively in morphogenesis, regulate the development of all organs in all animals. The most
studied signals fall into FGF, Wnt, Hh, Tgfβ and Notch families.
Eda and Edar are the first members of the TNF and TNFR superfamilies, which have been
associated with the morphogenesis of ectodermal organs. The Eda and Edar expression patterns
were studied in developing murine teeth and hair. Both Eda and Edar were confined to the
epithelium suggesting that they mediate signaling within the epithelial cell layer between epithelial
compartments rather than across epithelial-mesenchymal tissue layers. In vitro analysis indicated
that Eda is regulated by Wnt signaling whereas Edar is stimulated by a mesenchymal signal,
activinA suggesting that TNF signaling is controlled by epithelial-mesenchymal interactions.
The downstream responses of Edar were analyzed in cell culture experiments and developing
murine teeth. In cell cultures, Edar activated NF-κB, which is a mediator of TNFR signaling. The
effect of Edar on NF-κB response was enhanced by coexpression of Edar with Eda-A1 isoform. The
ability of Edar to activate NF-κB is likely to be crucial for the function of Edar since mutant forms
of Edar associated with ectodermal dysplasia syndromes were impaired in NF-κB response.
Although Edar harbors a cytoplasmic sequence similar to death domains, its overexpression failed
to induce programmed cell death in any of the cell lines analyzed. In addition, apoptosis and p21
expression were observed in wt and Eda-/- enamel knots. Taken together, these results and the
phenotypes of mutant mice and human patients indicate that the function of Edar signaling is either
to promote cell survival rather than apotosis.
The role of transcription factor p63, a gene behind a subset of human malformation syndromes, was
explored by studying its expression pattern, its association with other signaling pathways and the
developmental phenotype of p63 null embryos. The transcripts of the truncated isoform of p63 were
confined to the oral and surface epithelial cells during embryogenesis. The analysis of potential
downstream genes of p63 signaling revealed that several genes in different pathways were
downregulated in p63 mutant embryos. In vitro analysis showed that BMP2 and -7 as well as
FGF10 induced p63 expression in dental epithelium. These results indicate that p63 is a significant
component of the signaling networks regulating epithelial morphogenesis.
In conclusion, work in this thesis includes the analysis of the expression patterns and regulation of
Eda, Edar and p63 in developing epidermis and its appendages, tooth and hair follicle. The studies
on mutant tissues have further elucidated the roles of these three genes during ectodermal
organogenesis and in the molecular pathogenesis of ectodermal dysplasia syndromes.



8

REVIEW OF THE LITERATURE

Regulation of embryonic development
The development of multicellular organism begins with a single cell - the fertilized egg, which
divides mitotically to produce all the cells of the body (Gilbert 2000; Wolpert 2002). Embryonic
development requires an intricate control of growth, differentiation of cells, and morphogenesis of
tissues and organs: everything must take place at the right times and right places. Growth results
from cell division (mitosis) during which the DNA is duplicated and cells have the same genes.
Differentiation results from the expression of different sets of genes in different types of cells.
Throughout embryogenesis reciprocal interactions between cells and tissues regulate development
of the whole embryo as well as individual organs. Although the final outcome of invertebrates (e.g.
Drosophila melanogaster) and vertebrates (e.g. Homo sapiens) looks quite different, there is a
striking conservation in the signaling molecules, which regulate the development of different
organisms. Many of the same genes that turn on in the embryo to regulate the movement of cells
destined to become the face also control the cells fated to become brain, skin, parts of the heart, the
gut and distant extremities like fingers and toes. Thus the cells of the eyes may have the same
genetic information as the cells in the teeth but they use the genetic information differently to
produce a different organ.

Embryonic induction and associated signals
During embryonic induction cells signal to each other and direct cells to new pathways thus
controlling the advancement of development (Gilbert 2000; Wolpert 2002). Inductive interactions
have been divided to two types: permissive and instructive. Permissive interactions result in the
realization of the prospective fate of already determined tissues through the tissue interactions. In
instructive interactions the cells are induced to a cell fate that they would not otherwise have taken,
thus the inducing cell is necessary for the determination of the responding cell (Grobstein 1955;
Wessels 1977). However, it is not always clear to which category interactions belong.
Taking embryonic induction into its constructive components, there are at least two components to
every inductive interaction. The first component is the inducer, the tissue that produces a signal (or
signals), which changes the cellular behavior of the other tissue. The second component, the tissue
being induced, is the responder. Not all tissues can respond to the signal being produced by the
inducer. The ability to respond to a specific inductive signal is called competence. Furthermore,
inductive interactions are reciprocal and sequential so that the same signals are used reiteratively
between tissue layers and the induced tissue can, in turn, instruct the behavior of another tissue.
Signals between the inducer and the responder are mediated by several cell bound factors such as
juxtacrine and paracrine. Events are called juxtacrine when cell membrane proteins on one cell
surface interact with receptor proteins on adjacent cell surfaces. Within paracrine interaction,
proteins synthesized by one cell can diffuse over small distances to induce changes in neighboring
cells. In addition, some growth factors are thought to act as morphogens, which can diffuse over
several cell layers, form concentration gradients and thus, specify cell fates.

Epithelial-mesenchymal tissue interactions
Most organs are composed of epithelial and mesenchymal tissues and hence, epithelial-
mesenchymal interactions are among the most important phenomena during development and
regulate a variety of cellular functions including proliferation, differentiation, and cell death
(Chuong 1998). Within epithelial-mesenchymal interactions either epithelium or mesenchyme may
play a dominant role in organogenesis, depending on the organ system and the developmental stage.
At the molecular level, these interactions are mediated by signaling molecules, which are shared to
a great extent between different organs as discussed.

Families of signal molecules
Most of the signaling molecules that act during development are transmitted between cells, bind to
receptors on the cell membrane and exert their effects through intracellular signaling pathways,
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which lead to the regulation of gene expression in the nucleus. The most important molecules
mediating interactions between cells and tissues are members of the fibroblast growth factor (FGF),
Hedgehog (Hh), Notch, transforming growth factorβ (TGFβ) and Wnt families. The same conserved
proteins are used during the development of all organs including epithelial appendages throughout
the animal kingdom (Millar 2002; Thesleff and Mikkola 2002; Pispa and Thesleff 2003).

FGFs and their receptors
At present, the FGF family in mammals is composed of 22 members that signal through
transmembrane tyrosine kinase receptors encoded by four genes (FgfR1-FgfR4), although the
complexity of signaling is increased by the alternative spliced forms of the ligands and the receptors
(Ornitz 2000; Ornitz and Itoh 2001). The proteins encoded by the Fgf genes contain a conserved
core sequence that has the ability to bind to heparin or heparan sulphate proteoglycans (HSPG)
including syndecan and perlecan (Zhu et al. 1991; Faham et al. 1996). FGF complexes with HSPG
and can, thus, induce homo- or heterodimerization of FGFR, which mediates intracellular signal
transduction (Givol and Yayon 1992; Faham et al. 1996).

Roles of FGFs in embryonic development
FGFs are highly conserved signaling molecules found in invertebrates and vertebrates. FGFs have
important functions both in the embryo and in the adult such as induction of cell proliferation,
differentiation, adhesion, migration and survival and they often signal across epithelial-
mesenchymal boundaries (Yamaguchi and Rossant 1995; Hogan 1999; Szebenyi and Fallon 1999).
Fgfs are expressed in several embryonic tissues including lungs, limbs, pituitary and various
epithelial appendages. During early development, FGFs are needed for gastrulation and neurulation
in Xenopus and mouse (Amaya et al. 1991; Niswander and Martin 1992). Several FGFs induce
ectopic limb buds and can replace AER during limb development (Martin 1998; Yonei-Tamura et
al. 1999). In lung, the FGF family member, FGF10 has the potential to induce bud formation
and thus stimulates branching morphogenesis (Bellusci et al. 1997). Several lines of
transgenic mice have been generated in which FGF signaling is deficient. The knockouts of Fgf4
and Fgf8 are early embryonic lethal (Feldman et al. 1995; Meyers et al. 1998), Fgf10-/- mice die at
birth due to defective lung development (Min et al. 1998; Sekine et al. 1999). The Fgfr2b isoform
was knocked out in transgenic mice with the consequence that most organs developing via
epithelial-mesenchymal interactions failed to develop (De Moerlooze et al. 2000). In humans,
mutations causing the premature activation of FGFRs give rise to severe syndromes such as
achondrodysplasia and craniosynostosis (Bellus et al. 1995; Wilkie 1997).

Fgfs in developing tooth and hair follicle
The expression domains of several Fgfs and Fgfrs have been elucidated in developing tooth (Gene
expression in tooth. 2001; Thesleff and Mikkola 2002). Based on their expression patterns, Fgfs fall
into two distinct categories: those, which are expressed in the epithelium and others, which are
observed mainly in the mesenchyme. Fgf3, -7 and –10 mRNAs localize in overlapping patterns in
the early dental mesenchyme whereas Fgf8 and -9 are expressed in the oral epithelium before any
morphological sign of tooth formation, and in the presumptive dental epithelium during the
initiation and early bud stages (Kettunen and Thesleff 1998; Kettunen et al. 2000). Fgf4, -9 and 20
are expressed reiteratively in the epithelial signaling centers (Jernvall et al., 1994; Kettunen et al.,
1998; Åberg et al. unpublished observations). Of the Fgf receptors, only Fgfr1 and Fgfr2 were
expressed in early dental mesenchyme and epithelium indicating that the early morphogenetic
functions of FGFs are mediated by these two receptors (Kettunen et al. 1998).
Conditional inactivation of Fgf8 in branchial arch epithelium results in arrested tooth development.
The analysis of putative target genes of FGF signaling revealed that Pax9, which itself is essential
for tooth development to proceed beyond bud stage, is missing in Fgf8 mutants (Trumpp et al.
1999). Fgf10 null embryos have smaller than normal tooth germs, and interestingly the cervical
loops of the incisors are hypoplastic and contain no stellate reticulum cells (Harada et al. 2002).
Tooth development is arrested at the bud stage in transgenic mouse embryos lacking a functional
Fgfr2b isoform (De Moerlooze et al. 2000) or in mice overexpressing a soluble-negative form of
Fgfr2b (Celli et al. 1998).
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Bead implantation assays have contributed to the knowledge of FGF signaling pathway during tooth
development. Jernvall and coworkers showed that FGF4 stimulates proliferation both in the
epithelium and in the mesenchyme and may regulate the growth of tooth cusps (Jernvall et al.,
1994). Locally applied FGF1, -2, -4, -8 and –9 stimulate the expression of Msx1 in the dental
mesenchyme (Kettunen and Thesleff 1998; Bei and Maas, 1998). The expression of heparan sulfate
proteoglycan syndecan-1 is regulated by epithelial signals and by FGFs (Vainio et al. 1991).
FGF family members are expressed at several stages of hair follicle development and postnatal hair
cycling and influence the growth and differentiation of follicular cells (Chuong 1998; McElwee and
Hoffmann 2000; Millar 2002). Loss of function mutations of Fgfr2b and its ligand Fgf10 cause
epidermal hypoplasia although the phenotype is much more severe in Fgfr2b-/- mouse embryos
(Suzuki et al. 2000; Petiot et al. 2003). In addition, Fgfr2b null mutants have less hair follicles than
wild type littermates. Administration of exogenous FGF induce ectopic feather follicles in chick
embryos and can at least partly rescue feather formation and localized expression of Delta1 in
scaleless chick as well as hair growth in nude mouse (Widelitz et al. 1996; Viallet et al. 1998).
Overall, the functional studies point that FGFs function as morphogens that specify cell fate.

Hh gene family
Hh genes have been identified in several invertebrate species including Drosophila and sea urchin
(Nusslein-Volhard and Wieschaus 1980; Chang et al. 1994). In vertebrates, Hh family comprises
Desert hedgehog (Dhh), Indian hedgehog (Ihh) and Sonic hedgehog (Shh) (Echelard et al. 1993;
Krauss et al. 1993; Riddle et al. 1993). Dhh resembles most Drosophila Hh, whereas Shh and Ihh
are more related to one another. Hh ligand signal transduction is mediated by binding of the ligand
to the transmembrane receptor, Ptc. Upon binding of the ligand, the inhibitory effect of Ptc on
another transmembrane protein, Smoothened (Smo), is relieved and Smo is free to regulate the
intracellular signaling pathway through the transcription factor Cupitus interruptus (Ci)/Gli (Ingham
1998). The activated form of Ci/Gli translocates to the nucleus where it regulates expression of Hh
target genes. In vertebrates, Hh-interacting protein (Hip) is a putative negative modulator of Hh
signals (Chuang and McMahon 1999).

Hh in embryonic development
Members of the Hh gene family play fundamental roles in embryonic development
(Hammerschmidt et al. 1997; Ingham and McMahon 2001). In Drosophila embryos, the single Hh
gene regulates several diverse aspects of embryonic patterning such as the establishment of segment
polarity as well as the patterning of imaginal discs. In vertebrates, members of the Hh gene family
are involved in cell fate specification, cell survival and cell proliferation in different developmental
processes such as limb morphogenesis, hair follicle development, regulation of left-right
asymmetry, cranial neural crest survival and motor neuron induction (Ingham and McMahon 2001).
Apart from the gut, which expresses both Shh and Ihh, there is no overlap in the various Hh
expression domains (Bitgood and McMahon 1995). Dhh is expressed in Schwann cells and Sertoli
cells of the testis and mice homozygous for a null allele of dhh exhibit defective spermatogenesis
(Bitgood and McMahon 1995; Bitgood et al. 1996; Clark et al. 2000). Ihh is expressed in gut and in
cartilage and is important for postnatal bone growth (Bitgood and McMahon 1995; Bitgood et al.
1996).
Shh is most widely used of vertebrate Hhs and is responsible for the patterning of the neural tube
and somites, mediates the formation of the left-right axis in chick, initiates the anterior-posterior
axis in limbs and induces the regionally specific differentiation of the digestive tube (McMahon
2000). Shh is expressed in three key organizing centers in the vertebrate embryo: the notochord, the
floor plate and the zone of polarizing activity (ZPA) in limb. These structures are the sources of
signals that pattern neighboring tissues. Shh- deficient mice have numerous developmental
abnormalities including craniofacial defects and defects in the neural tube and limbs (Chiang et al.
1996). Several human syndromes such as holoprosencephaly are caused by mutations in genes
involved in Hh signaling pathway (Ming et al. 1998).
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Hh in tooth and hair follicle development
Of the Hh ligands, only Shh is expressed during tooth development: in the branchial arch epithelium
prior to epithelial invagination, in the enamel knot signaling centers indicating a role in the
patterning of the tooth cusps and in the stratum intermedium cells indicating a regulatory role in the
secretion of enamel matrix by ameloblasts. Ptc2 mRNA localizes to the epithelium whereas Ptc,
Smo, Gli1, -2 and –3 and Hip transcripts are confined to the mesenchyme (Bitgood and McMahon
1995; Iseki et al. 1996; Hardcastle et al. 1998; Gritli-Linde et al. 2001; Thesleff and Mikkola 2002).
Shh null mutant mice are early embryonic lethal and die before the onset of tooth formation (Chiang
et al. 1996). The use of a conditional allele to remove Shh activity in the dental epithelium results in
a cap stage tooth, which size is reduced, but which expresses enamel knot markers and forms
disorganized enamel and dentin layers suggesting that Shh regulates growth and determines the
shape of the organ but is not essential for the differentiation of ameloblasts or odontoblasts (Dassule
et al. 2000). Gli2-/- mouse embryos show abnormal development of maxillary incisors and in
Gli2/Gli3 double homozygotes tooth morphogenesis is arrested at the initiation stage (Hardcastle et
al. 1998). By using Cre-loxP system to remove Smo activity from dental epithelium, Shh signaling
was blocked in the epithelium resulting in altered proliferation, growth, differentiation and
polarization of dental epithelial derivatives (Gritli-Linde et al. 2002). Blocking of Shh signaling at
E10.5 or E12.5 in murine mandibular processes showed that Shh has a dual role in early
odontogenesis first by stimulating epithelial cell proliferation and second by increasing epithelial
cell survival (Cobourne et al. 2001).
The role of Shh during hair follicle formation has been studied in some detail. Shh is expressed in
the epithelial placode whereas its receptor Ptc1 is mainly confined to the underlying mesenchyme
(Chiang et al., 1999). Analysis of Shh null embryos reveals that Shh is not essential for the initiation
of hair follicle development, but is required for subsequent stages of folliculogenesis regulating
proliferation and downgrowth of epithelium and formation of dermal papilla (StJacques et al. 1998;
Chiang et al. 1999; Karlsson et al. 1999). In Shh-/- mouse embryos, Wnt5a expression is missing in
the dermal condensates of hair placodes indicating that Wnt5a is a target of Shh signaling (Reddy et
al. 2001). Overall, Shh is not essential for induction and differentiation of epithelial appendages, but
is involved in cell proliferation, branching morphogenesis, mesenchymal condensation, fate
determination and polarizing activities (Chuong et al. 2000).

Notch receptors and their ligands
Notch receptors and their partially redundant ligands Delta and Jagged are integral membrane
proteins, which transmit signals between cells in direct contact (Rebay et al. 1991). Upon binding of
a ligand, Notch is cleaved by a furin-like protease (Blaumueller et al. 1997). The active intracellular
Notch fragment enters the nucleus where it regulates gene transcription by modifying or interacting
with the suppressor of hairless (SuH) DNA-binding protein (Fortini and Artavanis-Tsakonas 1994).
Several proteins that interact or participate in transmitting or regulating Notch signals have been
identified. At the extracellular level, Fringe potentiates the activation of Notch by Delta while it
prevents the activation of Notch by Jagged (Irvine and Vogt 1997; Fleming et al. 1997). Numb
proteins associate with the intracellular domain of Notch and prevent Notch activity (Guo et al.
1996). A potent negative regulator of Notch is hairless which interacts with Su(H) antagonizing its
activity (Fortini and Artavanis-Tsakonas 1994). Furthermore, activation of Notch in a given cell
regulates production of Notch ligands by that cell. (Artavanis-Tsakonas et al. 1999; Lewis 1998;
Bray 1998).

Roles of Notch pathway in embryonic development
Notch signaling pathway control cell fate choices in insects, nematodes and mammals (Gridley
1997; Barrantes et al. 1999). Notch family has been implicated in a variety of developmental
processes including somite formation, border definition, anterior and posterior identification,
neurogenesis, angiogenesis and lymphoid development.

Notch in tooth and hair follicle development
Notch receptors and their ligands are expressed during several steps of embryonic tooth
development within the epithelium and also in the mesenchyme (Mitsiadis et al. 1995; Mustonen et
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al. 2002). Notch1, -2 and -3 transcripts are observed throughout the simple layered branchial arch
ectoderm. When the epithelium thickens, Notch expression is downregulated in the basal epithelial
cells including the dental epithelium. Of the three Fringe genes only Lunatic Fringe (L-Fng) shows
developmentally regulated expression in teeth (Mustonen et al. 2002). Interestingly L-Fng
expression forms a sharp boundary with the enamel knot which itself is devoid of Fringe expression
and it is possible that L-Fng plays a role in the formation of the enamel knot signaling centers in the
dental epithelium. However, tooth morphogenesis appeared unaffected in L-Fng mutant mice
(Mustonen et al. 2002).
Tissue recombination studies of the dental epithelium and mesenchyme have shown that epithelial-
mesenchymal signaling regulates several Notch pathway molecules. The downregulation of Notch
and Jagged1 (Jag1) in the basal epithelial cells occurs in cultured dental epithelium only when it is
placed in contact with mesenchyme and Jag1 expression is induced in the mesenchyme by FGF4
whereas Notch is induced by BMP (Mitsiadis et al. 1997). L-Fng and Hes1 are induced by FGF10
beads in isolated dental epithelium (Mustonen et al. 2002).
During the initiation of hair follicle morphogenesis, Notch1 is expressed in the epithelial placode
whereas Delta1 transcripts localize to the underlying mesenchyme. Later, Notch1 and its ligands
Jag1 and -2 are detected in the precursor cells of the cortex, cuticle and inner root sheath of hair
follicle (Kopan and Weintraub 1993; Powell et al. 1998; Favier et al. 2000). Ectopic expression of
Notch1 in transgenic mouse causes the failure of differentiation of the hair shaft suggesting that
Notch1 partakes in the control of keratinocyte cell fate (Lin et al. 2000). More over Delta1 induces
human keratinocytes to leave the stem cell compartment and initiate terminal differentiation
(Lowell et al. 2000).

TGFββββ superfamily
TGFβ superfamily consists of more than 45 cytokines including TGFβs, activins, inhibins, BMPs
and Müllerian-inhibiting substance (Massague 1998). TGFβ homo- and heterodimers initiate
signaling by binding to two serine/threonine kinase receptors, type I and type II. First, TGFβ ligand
binds to the type II receptor, activates it and thus, triggers the phosphorylation and activation of the
type I receptor (Wrana et al. 1994). The activated receptor complex phosphorylates “pathway-
restricted” SMAD proteins, which then oligomerize with the “common mediator” SMAD4 and
translocate to the nucleus where they direct transcriptional activation or repression of target genes
(Heldin et al. 1997; Massague and Chen 2000; Miyazono 2000).
TGFβ signaling is negatively controlled at several levels (Van Bubnoff and Cho 2001; Balemans
and Van Hul 2002). Inhibitory SMADs block the intracellular response to TgfβR (Imamura et al.
1997; Hayashi et al. 1997). Pseudoreceptor Bambi interacts with BMP receptors and interferes with
their activation (Onichtchouk et al. 1999). At the extracellular level, numerous proteins including
chordin, Noggin and ectodin have been identified that bind TGFβ family ligands and prevent their
contacts with signaling receptors (Sasai et al. 1995; McMahon et al. 1998; Laurikkala et al. 2003).

Tgfβ/ BMP in development
Members of the TGFβ family are powerful regulators of a broad variety of cellular processes
including embryogenesis, morphogenesis and angiogenesis (Massague 2000). BMPs were originally
identified as molecules that can induce ectopic bone and cartilage formation (Wozney et al. 1988).
In Drosophila, decapentaplegic (Dpp) and other BMP ligands participate in oogenesis, the
development of imaginal discs and the regulation of dorsal-ventral identity in early embryos
(Raftery and Sutherland 1999). In vertebrates, analysis of homozygous mouse mutant phenotypes
reveals a requirement for BMPs in the formation of mesoderm and development of the eye, kidney,
limb, amnion, heart and testis (Dudley et al. 1995; Luo et al. 1995; Karsenty 1998).

BMPs in tooth and hair follicle development
The expression of several Bmps has been localized to the developing tooth at several stages (Åberg
et al. 1997; Thesleff and Mikkola 2002). Bmps were the first molecules identified in the
transmission of epithelial-mesenchymal interactions during tooth formation (Vainio et al. 1993).
Vainio and coworkers showed that BMP4 and -2 induce the expression of homeobox containing
transcription factor Msx1 in the early dental mesenchyme. Tooth development in Msx1-/- embryos
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is arrested at the bud stage and Bmp4 transcripts are missing in the mutant dental mesenchyme
indicating that Msx1 acts both upstream and downstream of BMP4 (Bei et al. 2000). When Msx1-
deficient tooth germs were exposed to BMP protein or when Bmp4 was ectopically expressed in
mouse embryos Msx1 mutant phenotype was partially rescued (Bei et al. 2000; Zhao et al. 2000).
Mesenchymal BMP4 has a role in the induction of enamel knot where it is needed for the
expression of p21 and Msx2 (Jernvall et al. 1998). BMP4 and FGF8 regulate differentially several
genes in developing dental epithelium and mesenchyme. For example BMP4 regulates the epithelial
expression of Dlx2, which mesenchymal expression is regulated by FGF8. FGF8 also inhibits Dlx2
transcripts in the epithelium. Thus, these molecules maintain the epithelial and mesenchymal
expression domains of Dlx2 in developing teeth (Thomas et al. 2000).
Immunohistochemistry and in situ hybridization have localized several TGFβs and Bmps to the
developing hair follicle (Chuong 1998; Millar 2002). TGFβ2 is expressed in the placode and
underlying dermal condensate (E15). Bmp7 hybridization signal is observed in the epithelial
placode whereas Bmp4 is restricted to the mesenchymal condensation beneath the placode. The
understanding of the roles of TGFβ family ligands and their receptors during embryonic
development has increased through analysis of mouse mutants. BMPRIA is essential for the
differentiation of progenitor cells of the inner root sheath (IRS) and the hair shaft and in the
upregulation of GATA3, which controls IRS differentiation (Kobielak et al. 2003). Overexpression
of Smad7 under K14 promoter in mouse causes delayed and aberrant hair follicle morphogenesis
and the protein levels of the receptors for TGFβ family ligands are significantly decreased in
affected tissues (He et al. 2002). Mice lacking Bmp inhibitor Noggin form reduced amount of hair
follicles (Botchkarev et al. 1999). Lef1 expression is downregulated in Noggin-/- embryos
indicating that BMPs are needed for Wnt signaling (Botchkarev et al. 1999). Conversely, ectopic
expression of Noggin promotes the formation enlarged and ectopic follicles (Botchkarev et al.
1999). In postnatal skin, an intricate modulation of Bmp4 by its antagonist Noggin is essential for
the initiation of new hair growth phase and induction of Shh mRNA in the hair follicle (Botchkarev
et al. 2001).

Activin
Activins, named after their identification as activators of follicle-stimulating hormone secretion,
have later been found to play multiple roles in paracrine and autocrine regulation also in
nonreproductive organs as well as during embryonic development (Ying et al. 1997). In developing
tooth, activinβA expression is confined to dental mesenchyme starting from the time of initiation,
and its inhibitor follistatin is mainly present in the epithelium (Heikinheimo et al. 1997; Ferguson et
al. 1998). In mice lacking activin βA, follistatin or type II activin receptor, the incisors are missing
(Matzuk et al. 1995a; Matzuk et al. 1995b; Matzuk et al. 1995c). In addition mandibular molars
arrest at the bud stage, but maxillary molars develop normally in activinβA null mice (Ferguson et
al. 1998).
During hair follicle development, follistatin is expressed in the hair matrix and outer root sheath as
well as interfollicular epidermis whereas activinβA mRNA is observed in dermal papilla cells
(Nakamura et al. 2003). Interactions between activin and its antagonist follistatin play important
roles in hair follicle development and cycling possibly by regulating the expression of Bmp2 and its
antagonist matrix GLA protein (Nakamura et al. 2003).

Wnt family
Wnt genes encode a large family of secreted cysteine-rich proteins, which signal through seven-pass
transmembrane proteins of the Frizzled family (Cadigan and Nusse 1997; Wodarz and Nusse 1998).
The diversity of the signal transduction pathways downstream of the Wnt signals is mediated at the
level of the receptors, which trigger at least three intracellular signaling cascades (Miller et al. 1999;
Niehrs 2001; Winklbauer et al. 2001). Activation of the first signal transduction (canonical)
pathway results in the activation of an intracellular protein, disheveled and subsequent stabilization
of β-catenin. β-catenin enters the nucleus, complexes with TCF/LEF transcription factors and
enhances the transcription of Wnt-target genes. In the absence of Wnt signals, a multiprotein
destruction complex consisting of GSK3, Axin, APC and β-TrCP/Slimb leads to the degradation of
β-catenin in proteasomes (Seidensticker and Behrens 2000). The second pathway, called planar cell
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polarity (PCP) pathway branches from the canonical pathway at the level of disheveled and
therefore functions independently of β-catenin. PCP signaling cascade regulates the activity of the
Jun N-terminal kinase (JNK) (Boutros et al. 1998). Activation of the third pathway stimulates an
increase in intracellular Ca2+ and subsequently activates protein kinase C (Sheldahl et al. 1999;
Miller et al. 1999).
Secreted Wnt inhibitors Frizzled-related proteins, dickkopf, cerberus and Wnt inhibitory factor-1
modulate Wnt function extracellularly (Wang et al. 1997; Piccolo et al. 1999; Hsieh et al. 1999;
Zorn 2001).

Wnts in development
Members of Wnt family are highly conserved developmental regulators, which play key roles in
intercellular signaling molecules during development (Cadigan and Nusse 1997; Wodarz and Nusse
1998; Huelsken and Birchmeier 2001). Wnt molecules have essential roles in cell proliferation,
migration, differentiation and in epithelial-mesenchymal interactions. Members of Wnt signaling
pathway are involved in diverse processes during embryonic development such as segment polarity
patterning, specification of midbrain cells, induction of AER in limbs and control of stem cell
specification in skin. Mutations of mouse Wnt genes cause variable phenotypes ranging from
defects in brain development to alterations in limb polarity.

Wnts in tooth and hair follicle development
Most of Wnt pathway genes are expressed in the developing dental epithelium with the exception of
Wnt5a which expression switches to the mesenchyme at the bud stage (Dassule and McMahon
1998; Sarkar and Sharpe 1999; Thesleff and Mikkola, 2003). Wnt pathway has an important role in
tooth development as shown by the analysis of Lef1-deficient mice. Tooth development is arrested
at the bud stage in Lef1-/- embryos and the analysis of putative downstream targets showed that
mutant epithelium lacks the expression of Fgf4, Shh and Bmp4, but not Wnt10a (van Genderen et al.
1994; Kratochwil et al. 1996). Fgf4 is a direct transcriptional target for LEF1 and beads soaked with
recombinant FGF4 protein are able to rescue Lef1-/- tooth germs. In addition, FGF4 induces Fgf3 in
Lef1 mutant dental mesenchyme and both epithelial and mesenchymal FGFs induce Shh in
epithelium (Kratochwil et al. 2002).
Ectopic expression of Wnt7a, which is normally expressed only in oral ectoderm, in dental
epithelium results in arrested tooth development and downregulation of Shh expression suggesting
the formation of ectodermal boundaries between Wnt7a expressing oral ectoderm and Shh
expressing dental ectoderm. Thus the intricate interplay between Wnt7a and Shh position the sites
of tooth formation (Sarkar et al. 2000). Wnt pathway has also positive effects on tooth formation.
Addition of an antagonist (Mfrzb1) of Wnts to developing murine dental explants results in retarded
development and the formation of smaller teeth (Sarkar and Sharpe 2000).
In humans, aberrations of Wnt signaling pathway cause cancer (Lustig and Behrens 2003).
Interestingly, a recent study identified mutations in Axin2, which regulates β-catenin degradation, in
human patients. These mutations cause severe oligodontia and predisposition of colorectal cancer
(Lammi et al. 2004).
Like in tooth, several Wnt pathway genes are expressed both in the epithelium and the mesenchyme
in embryonic skin and hair follicles (Millar 2002). For example Wnt10b is initially expressed
throughout the epidermis and is markedly upregulated in the hair placodes (Stjacques et al. 1998;
Reddy et al. 2001). β-catenin, a mediator of Wnt signaling is transiently expressed in the dermis
beneath the feather tract before any morphological sign of placode initiation. One day later, nuclear
β-catenin localizes to the epidermis indicating the activation of Wnt signaling (Noramly et al.
1999). The first “dermal signal” causing placode initiation has not been identified yet. The
hypothesis is that this signal is uniform rather than localized and based on its expression pattern β-
catenin is a good candidate. Interestingly, the dorsal neural tube sends a signal, which induces the
dermis underlying the first forming feather tract (Olivera-Martinez et al. 2001). This signal can be
substituted by Wnt1 suggesting that activation of Wnt pathway in the dermis is essential for the
formation of the feather field. Forced expression of β-catenin in chick or mouse produce ectopic
follicles in interfollicular regions indicating that activation of canonical Wnt signaling is sufficient
to initiate feather and hair development (Noramly et al. 1999; Gat et al. 1998). Conversely,



15

conditionally mutated β-catenin in mouse epidermis results in a failure of placode formation
although Edar shows punctated expression pattern (Huelsken et al. 2001). Lef1-/- mouse embryos
do not form whiskers (Kratochwil et al. 1996) and lack two thirds of hair follicles (van Genderen et
al. 1994). Mice overexpressing Dickkopf1, an inhibitor of Wnt signaling pathway lack all hair
placodes suggesting that canonical Wnt signals are required for initiation of follicle development
(Andl et al. 2002).

Two models of ectodermal appendage development: tooth and hair
Epithelial appendages are derivatives of the surface ectoderm of the embryo. Epithelial appendages
either protrude out of the external (integument) and internal (oral cavity, gut) epithelia, or
invaginate into surrounding mesenchyme. Although they have specific structures and diverse
functions, most epithelial appendages share similar developmental stages and central regulatory
mechanisms: inductive tissue interactions between epithelial and mesenchymal tissues.
Organ development is divided into three partly overlapping phases: initiation, morphogenesis and
cell differentiation. The developing teeth, hairs and exocrine glands all have an epithelial
component derived from ectoderm and their early stages resemble each other considerably (Thesleff
1995; Chuong 1998; Pispa and Thesleff 2003). These organs start their development from an
epithelial thickening, which invaginates into the underlying mesenchyme and forms an epithelial
bud. Subsequent folding and growth of the epithelium and the mesenchyme contributes the final
shape of the organs.

Mammalian dentition
In rodents, the dentition lacks canines and premolars, and there is only one set of teeth, consisting of
one incisor separated from three molars by a toothless gap diastema in each jaw quadrant. The
diastema region between incisors and molars, where mice have no teeth humans develop canines
and premolars. In addition, while mice have only one set of teeth humans have two: deciduous
(milk teeth) and permanent. Permanent dentition is predominantly affected in human hypodontia
affecting up to 20% of the population (Thesleff and Pirinen 2004). Interestingly, mouse embryos
also develop transient rudimental dental primordia, which regress by epithelial apoptosis, between
the incisor and molar tooth germs (Peterkova et al. 2000).
Each tooth group forms from one epithelial thickening, the dental lamina and development starts
from the most anterior tooth and proceeds posteriorly. Teeth are derived from two primary germ
layers, ectoderm and mesoderm with a neural crest contribution. The enamel of teeth is derived
from oral ectoderm and neural crest tissue provides material for the dentin, pulp and cementum. The
periodontium is both neural crest and mesodermal origin. Each tooth germ consists of an enamel
organ and a dental papilla surrounded by a dental follicle or dental sac. Dental papilla (neural crest
origin) and dental follicle (mesodermal origin) are the anlagen of the dental pulp and part of the
periodontal apparatus.

Initiation, bud, cap and bell stages
The initiation of tooth development involves an interaction between epithelium of the first branchial
arch and the underlying neural-crest derived mesenchyme (Thesleff and Nieminen, 2001). The
earliest morphological sign of tooth development in the mouse occurs at E11 when the oral
epithelium locally thickens in the region of future incisors and molars (Fig. 1). This is followed by
budding of the dental epithelium and condensation of mesenchymal cells around the tooth bud
(E12-E13). At E14, the enamel organ invaginates to form a cap- shaped structure, which encloses
the dental mesenchyme and starts the formation of the first cusp. The central cells of the dental
epithelium form a cluster of transient cells, the enamel knot.
The enamel organ gives rise to four distinct structures: outer and inner enamel epithelium, the
stellate reticulum and the stratum intermedium. The outer enamel epithelium is thought to help to
maintain the shape of the developing tooth. The cervical loop lies at the growing margin where the
outer enamel epithelium is continuous with the inner enamel epithelium. The dental mesenchymal
cells form two cell lineages. Dental papilla cells are surrounded by the epithelium and give rise to
the dental pulp. Dental follicle cells surround the tooth epithelium and give rise to the periodontal
tissues anchoring the teeth to the alveolar bone.
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The final shape of the tooth crown is established during the bell stage when other cusps of the molar
teeth start to develop and transient secondary enamel knots are visible at the tips of the forming
cusps. The folding pattern of the inner enamel epithelium increases leading to changes in tooth
shape. The late bell stage is associated with the formation of dental hard tissues. Mesenchymal cells
lying adjacent to the inner enamel epithelium form pre-odontoblasts, which secrete pre-dentin. In
turn, pre-ameloblasts form in the epithelium and start the secretion of pre-enamel on top of pre-
dentin. In addition, cementoblasts, which differentiate from the dental follicle secrete cementum
into the root surface after the epithelial root sheath disrupts. Finally, the secreted matrices
mineralize, the roots start to develop, the supporting tissues of tooth differentiate and the tooth
erupts to the oral cavity.
Stem cell research is a “hot topic” nowadays. Both epithelial and mesenchymal stem cells have
been identified also in teeth. Mesenchymal stem cells, which formed dentin when transplanted to
muscle, have been found in the adult human dental pulp (Gronthos et al., 2000). Epithelial stem
cells have been localized to the cervical loop of the continuously growing mouse incisors (Harada et
al., 1999). Unfortunately, human teeth do not grow continuously and thus, they do not contain a
pool of epithelial stem cells. However, the characterization of differentiating epithelial cells in
mouse may result in the discovery of a subset of human cells that could take part in tooth
development.

Enamel knots
Organizing centers like isthmus and AER guide the patterning of several organs during
embryogenesis. The signaling centers in the tooth, the enamel knots are transient epithelial
structures, which function at three stages of morphogenesis. The earliest signaling centers appear in
the early budding epithelium at E12 (Keränen et al. 1998). These structures are fully developed at
the cap stage (E14) when they can be visualized in histological sections as tightly packed epithelial
cell aggregates. At this stage the development of the first cusp begins. The enamel knot cells do not
proliferate and they are removed by apoptosis (Jernvall et al. 1998).
The last set of signaling centers appears during the early bell stage (E16), when the secondary
enamel knots become visible at the tips of the developing cusps. Thus, enamel knots instruct the
patterning of tooth crowns by determining the location and height of tooth cusps (Jernvall et al.
2000). The enamel knot cells express in nested patterns several signal molecules belonging to the
Fgf, Hh, Bmp and Wnt families (Thesleff and Mikkola 2002).

Figure 1. Schematic representation of the morphology of tooth development. (A) The first
sign of tooth development is the local thickening of the oral epithelium at E11. (B) The early
signaling center is visible in the dental placode (E12). (C) The budding dental epithelium is
accompanied by condensation of neural crest derived mesenchyme. (D) The enamel knot
appears in the folding epithelium at the cap stage. (E) At the bell stage, morphogenesis of cusps
and cell differentiation proceed. Secondary enamel knots appear in the tips of the cusps.
Differentiation of the odontoblasts and ameloblasts and deposition of dentin and enamel start in
the tips of the cusps. (F) After root formation is completed, the tooth in fully erupted into the
oral cavity. The periodontal ligament is formed and roots are surrounded by alveolar bone. ab,
alveolar bone; cl, cervical loop; d, dentin; df, dental follicle; dl, dental lamina; dp, dental
papilla; e, enamel; ek, enamel knot; iee, inner enamel epithelium; oee, outer enamel
epithelium; p, pulp; sek, secondary enamel knot

Epithelial-mesenchymal interactions
Intercellular signaling has been shown to be essential during embryonic tooth development. The
signaling events take place reciprocally between epithelial and mesenchymal tissue components.
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Classical tissue recombination experiments showed that the epithelium of the first branchial arch
induces mesenchymal cells to participate in tooth development at E9-E11 in mouse (Mina and
Kollar 1987; Lumsden 1988). However, It is still unclear whether the oral epithelial cells are the
first cells possessing capacity for tooth formation or whether there is an earlier shift of odontogenic
potential from the neural crest-derived mesenchymal cells to the presumptive dental epithelium.
Mitsiadis and coworkers transplanted mouse pre-migratory neural crest cells into chick embryos
and showed that transplanted cells induced tooth-like structures in the normally toothless chick jaw
(Mitsiadis et al. 2003). Between E11 and E12, the potential to instruct tooth development shifts to
the neural-crest derived mesenchyme, which signals back to the epithelium and regulates its
morphogenesis.
Multiple signaling molecules are expressed in the developing tooth germ and interact with each
other to mediate the inductive tissue interactions. Bmp4, -2, Shh, Wnt10a and –10b are expressed in
the epithelium between E11 and E12 when tooth morphogenesis is first apparent. In the
mesenchyme, there are distinct targets for all three pathways: Ptc and Gli are targets for Shh, Lef1
for Wnt10b and Msx1 for Bmp4 and –2 (Dassule and McMahon 1998; Thesleff and Mikkola, 2002).
Mutations in many genes cause defects of tooth development in transgenic mouse embryos. Some
examples are listed in Table 1.

Table 1. Selected mouse models with a tooth phenotype

Hair follicle development and growth
Hair follicles vary considerably in size and shape, depending on their location, but they all have the
same basic structure. The process of hair follicle formation can be divided into four stages:
induction, initiation, elongation and differentiation. In mammalian skin, grafting studies between
hair forming and non-hair forming regions of the epidermis have revealed at least three
morphogenetic signals. First, the embryonic dermis instructs the overlying ectoderm to initiate the
formation of regularly spaced thickenings, known as placodes. In response to “the first dermal
message” a signal from the epithelial placode cause the condensation of dermal mesenchymal cells
beneath the epithelial placode. The condensate in turn sends a signal back to the epithelial cells to
stimulate their proliferation, downgrowth and reorganization to form a mature hair follicle (Fig. 2)
(Hardy 1992; Millar 2002.).
Mice have four different types of hairs in their pelage: tylotrichs (monotrichs or guard hairs), awls,
zigzags and auchenes. At E14, rudiments of first forming hair follicles, tylotrichs appear as local
thickenings of the epidermis. The initiation of the next forming follicles, awls is seen at E16 and the
last forming hair follicles, auchenes and zigzags at E18. However, the time of initiation of a

Gene Type of mutation Phenotype Reference
Msx1 Knockout Arrest at the bud stage. Bei and Maas 1998
Msx1/Msx2 Double knockout Arrest at the initiation stage. Bei and Maas 1998
ActivinβA Knockout Lack incisors and mandibular molars. Ferguson et al. 1998
Fgf8 Conditional knockout Only rudimentary incisors develop. Trumpp et al. 1999
Fgf10 Knockout Smaller tooth germs. The cervical loops of

the incisors are hypoplastic and lack stellate
reticulum.

Harada et al. 2002

Fgfr2b Knockout Arrest at the bud stage. DeMoerlooze et al.
2000

Gli2/Gli3 Double knockout Arrest prior to bud stage. Hardcastle et al. 1998
Lef1 Knockout

Overexpression

Arrest at the bud stage.

Ectopic invaginations in the oral epithelium.

Van Genderen, 1994

Zhou et al. 1995
Dickkopf Ectopic expression Tooth development arrested before the bud

stage.
Andl et al. 2002

Pax9 Null mutant Tooth development arrested at the bud
stage.

Peters et al. 1998
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particular type of a follicle is dependent on the area of the body being observed. For example, the
initiation of tylotrichs is first observed on the shoulders and extends to all directions.
Tylotrich hairs are long straight hair fibers. Awls are also straight fibers, but they are usually only
one half the length of the tylotrichs. Auchenes are short hair having a single bend and zigzags have
more than one bend. The underhairs of mouse consists of zigzags, and the overhairs are auchenes,
awls and tylotrichs (Mann 1962).
During postnatal development, each mature hair follicle shows cyclic activity with periods of
anagen (growth), catagen (regression) and telogen (rest). The dermal papilla has an essential role in
the regulation of successive cycles of postnatal hair growth. Pigmentation of hair results from the
activity of melanocytes, which deposit pigment granules to the hair shaft. The understanding of the
molecular mechanisms involved in hair follicle development and cycling has tremendously
increased through analysis of mouse mutants (Table 2).

Figure 2. A schematic presentation of distinct stages of murine hair follicle
development. (A) Stage 0, no follicles. (B) Stage 1, epidermal thickening and localized
increase of mesenchymal cells below the early hair germ. (C) Stage 2, enlarged hair germ.
Dermal fibroblasts form a cap- like condensation. (D) Stages 3-4, the hair peg thickens and
the inner root sheath (black) starts to form. Dermal papilla (dp) has formed. (E) Stage 5, inner
root sheath elongates, bulge becomes visible and dermal papilla is almost completely
enclosed. The first melanin granules appear. (F) Stages 6 and 7, inner root sheath contains
hair shaft, grows upwards and the tip of the hair shaft leaves the hair canal. (G) Stage 8, hair
follicle acquires its maximal length. Stem cells are located in the bulge.

Table 2. Selected mouse models with a hair phenotype
Gene Type of mutation Phenotype Reference
Bmp4 Overexpression under

cytokeratin IV promoter
Inhibition of cell proliferation in
 ORS and hair matrix cells

Blessing et al. 1993

ActivinβA Knockout Follicles fail to develop. Matzuk et al. 1995
TGFβ1 Overexpression Reduction in number of follicles. Selheyer et al. 1993
TGFβ2 Knock out Delay of hf morphogenesis, reduced

amount of follicles.
Foitzik et al. 1999

BMPRIA Conditional inactivation Failure of the differentiation of
progenitor cells of IRS and hair shaft

Kobielak at al. 2003

Follistatin Overexpression under MTI

Knockout

Defects in hair; shiny taut skin

Abnormalities in vibrissae
development

Guo et al. 1998

Matzuk et al. 1995



19

Ectodermal dysplasias in humans
Ectodermal dysplasias are a heterogenous group of hereditary disorders displaying variable defects
in organs that develop from embryonic ectoderm. There are more than 150 clinically distinct
dysplasias (Pinheiro and Freire-Maia 1994; Priolo and Lagana 2001). These syndromes are
identified by the absence or defect in two or more of the cardinal signs: skin, hair, nails and teeth. In
addition, patients may have variable defects including cleft lip/palate, limb abnormalities,
immunological aberrations and mental retardation.
Recently, several gene defects causing ectodermal dysplasia syndromes have been characterized
(Table 3). One of the most recently cloned gene behind these syndromes is PVRL1 that encodes a
cell-cell adhesion molecule nectin-1. Mutations of PVRL1 gene are behind Cleft lip/palate,
ectodermal dysplasia syndrome (CLPED1; OMIM#225000) or Zlotogora-Ogur syndrome. These
patients have sparse eyebrows and eyelashes, sparse hair and hypodontia. In addition the patients
have cleft lip/palate, syndactyly of fingers and toes and onychodysplasia.

Hypohidrotic ectodermal dysplasia (HED)
In 1875, Charles Darwin described an unusual condition that appeared in a hinduu family’s male
members (Darwin 1875). The X-linked HED, also known as anhidrotic ectodermal dysplasia (EDA)
or Christ-Siemens-Touraine Syndrome (CST), is the most common syndrome among ectodermal
dysplasias. Since inherited as an X-linked recessive pattern the patients are generally male although
female carriers often show incomplete signs of symptoms. The autosomal variants of HED cannot
be phenotypically distinguished from the X-linked variant (Munoz et al. 1997). The classical triad
of EDA includes absent or reduced sweating (anhidrosis or hypohidrosis), missing or sparse hair

Noggin Knockout

Overexpression under Msx2
promoter

Retardation of hair follicle induction

Differentiation of hair shaft is
impaired

Botchkarev et al.
1999
Kulessa et al. 2000

Smad7 Overexpression under K14 Delayed and aberrant hair follicle
morphogenesis; hyperproliferation of
epidermis

He et al. 2002

Shh Conditional inactivation

Overexpression under HK1
promoter

Arrest of hair follicle development at
stages1-2

Absence of guard, awl and auchene
hair fibres

StJacques et al.
1998; Chiang et al.
1999
Ellis et al. 2003

PDGF-A Null mutation Thinner dermis, misshapen hair
follicles, smaller dermal papillae,
thinner hair

Karlsson et al. 1999

Fgf5 Knockout Prolonged anagen phase resulting
long hairs

Hebert et al. 1994

Fgf7 Overexpression Suppression of hair follicle
formation; increase in epidermal
thickness

Guo et al. 1993

Fgf10 Null mutant Epidermal hypoplasia Suzuki et al. 2000
Fgfr2b Null mutant Epidermal hypoplasia; less hair

follicles
Petiot et al. 2003

Egfr Knockout Curly hair and disorientation of
follicles.

Threadgill et al.
1995

p75NTR Knockout Acceleration of hf
morphogenesis, reduced proliferation
of dp fibroblasts

Botchkareva et al.
1999

GATA-3 Null mutant IRS progenitors fail to differentiate;
aberrant hair structure

Kaufman et al. 2003

β-catenin Activation in resting hair
follicles.

Activation of an aberrant growth
phase.

Van Mater et al.
2003

Dickkopf Ectopic expression Failure of placode formation. Andl et al. 2002
Notch1 Overexpression under mouse

HKA1 promoter
Abnormal differentiation of the
medulla and the cuticle.

Lin et al. 2000
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(atrichosis or hypotrichosis) and missing (anodontia or oligodontia) or misshapen teeth (Pinheiro
and Freire-Maia 1994).
The mouse counterpart of X-linked HED is called Tabby that is named for its unusual pattern of hair
markings. The mouse models for the autosomal forms of HED are downless and crinkled (Mouse
Genome Database (MGD)). These mice are afflicted with some of the same symptoms that appear
in humans including missing sweat glands, abnormally shaped and missing teeth and lack of
tylotrich hairs (Grüneberg 1971; Grüneberg, 1965; Vielkind and Hardy, 1996).

  Table 3. Mutated genes in human ectodermal dysplasia syndromes.

Tumor necrosis factors (TNFs) and their receptors
TNF superfamily consists of more than 15 members, most of which are important regulators of host
defense, immunity, and inflammation (Baker and Reddy 1998; Locksley et al. 2001). Signaling by
trimeric TNFs is mediated by a family of related receptors, TNFRs. TNFRs do not have intrinsic
enzymatic activity but they recruit two principal classes of cytoplasmic adapter proteins: TRAFs
(TNF-receptor associated factors) and ”death domain” (DD) molecules. Activation of TRAFs leads
to a cascade culminating in the activation of transcription factor NF-κB, c-Jun N-terminal kinase
(JNK), or p38 pathways (Inoue et al. 2000). Receptors capable of inducing apoptosis typically
harbor a death domain in their intracellular region. They recruit other death domain proteins which
eventually results in the activation of caspases and cell death (Baker and Reddy 1998; Locksley et
al. 2001).
The discovery of a novel TNF pathway, which has an important function during embryonic
development and in human hereditary disorders, started with the positional cloning of EDA gene
encoding a type II membrane protein (Kere et al. 1996). Based on the sequence of the human EDA

Gene Type of protein Ectodermal dysplasia    References

Eda TNF X-linked HED    Kere et al., 1996
   Bayes et al., 1998

Edar TNFR Autosomal recessive HED
Autosomal dominant HED

   Monreal et al., 1999

Edaradd DD containing
adaptor protein

Autosomalrecessive HED    Headon and Overbeek, 2001

IκBα Inhibitor of NFκB EDA-ID    Courtois et al., 2003

IKKγ Subunit of IKK Incontinentia pigmenti
OL-EDA-ID
HED-ID

   Smahi et al., 2000

   Döffinger et al., 2001
   Zonana et al., 2000

Plakophilin 1 Cytoplasmic
desmosomal
plaque protein

Ectodermal dysplasia/ skin
fragility syndrome

   McGrath et al., 1997

Pvrl1 Adherens junction
protein

ED4 (Margarita Island
Type)

   Suzuki et al., 2000

Connexin 30 Gap junction
component

Clouston syndrome    Lamartine et al., 2000

P63 Transcription
factor

EEC
LMS
SHFM
AEC
ADULT
RHS

   Celli et al., 1999
   Van Bokhoeven et al., 2001
   Ianakiev et al., 2000
   McGrath et al., 2001
   Amiel et al., 2001
   Kantaputra et al., 2003

Keratins 6A,6B
Keratins 16,17

Structural
filamentous
proteins

Pachyonychia congenita I,
II

   Bowden et al., 1995
   Mc Lean et al., 1995
   Smith et al., 1998
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gene, the murine Tabby gene was characterized (Ferguson et al. 1997; Srivastava et al. 1997).
Sequence alignment revealed that ectodysplasin (encoded by Tabby/EDA) belongs to the TNF
family (Mikkola et al. 1999). EDA is a unique member of the TNF superfamily because of the
presence of a collagen-like region preceding the TNF domain (Fig. 3) (Mikkola et al. 1999). In
addition, EDA contains a furin consensus cleavage site, which is required to produce a soluble
signaling molecule (Elomaa et al. 2001; Chen et al. 2001). Mutations in human patients are
clustered in TNF domain, collagen-like domain and furin protease recognition sequence suggesting
that these domains are essential for the biological activity of ectodysplasin (Bayés et al. 1998;
Monreal et al. 1998; Schneider 2001; Pääkkönen et al. 2001; Vincent et al. 2001). The two longest
EDA isoforms, EDA-A1 and EDA-A2, are the most common and possibly the only ones that
include a TNF ligand domain. Though differing by only two amino acids in the TNF domain, they
have distinct corresponding receptors: a death domain-containing TNF receptor EDAR and XEDAR
(Monreal et al. 1999; Yan et al. 2000).
The positional cloning of the Edar (dl) gene led to the discovery of a novel member of the TNFR
family (Headon and Overbeek 1999). Edar is a type I transmembrane protein which has an
extracellular domain consisting of one complete and two incomplete cysteine rich domains followed
by a single transmembrane region (Fig. 3). The C-terminal intracellular domain of Edar contains the
DD that binds to the DD of an intracellular adapter protein, Edaradd (Headon et al. 2001; Yan et al.
2002). Mutations of EDAR and EDARADD have been found in human patients having autosomal
forms of HED (Monreal et al. 1999; Headon et al. 2001).

TNFs in development
Ectodysplasin and its receptor Edar are the first TNF and TNFR that have been implicated in the
regulation of embryogenesis (Thesleff and Mikkola 2002; Mikkola and Thesleff 2003). The molar
teeth of Eda null mutant (Tabby) mice display a patterning defect in tooth cusps that appears to
result from defective function of the signaling centers at the enamel knots (Pispa et al. 1999).
Although the two longest isoforms of EDA bind to distinct receptors the findings that EDA1
isoform can rescue the Eda-/- mouse phenotype suggests a minor role for XEDAR in ectodermal
organogenesis. Conditionally expressed EDA-A1 as tetracycline- regulated transgenes in Eda-/-
mice restored hair and sweat gland development (Srivastava et al. 2001). More over, administration
of recombinant EDA1 engineered to cross the placental barrier to the pregnant mice permanently
rescues most features of the phenotype in the offspring (Gaide and Schneider 2003). In addition, tail
hair and sweat gland formation is also induced by EDA1 after birth whereas EDA2 has no
detectable effect at any stage analyzed (Gaide and Schneider 2003). Overexpression of
ectodysplasin under K14 promoter in mice results in the formation of ectopic ectodermal organs
such as teeth and mammary glands. These results indicate that Eda signalling can affect ectodermal
organ formation at a relatively early stage. Surprisingly, ameloblasts are absent in the incisors and
hence, enamel formation is disturbed in these transgenic mice (Mustonen et al. 2003). The tooth
enamel is also defective in K14-Edar mice (Pispa et al. unpublished observations). It is not yet clear
how amelogenesis is affected in K14-ectodysplasin and –Edar mice.
Eda and Edar are expressed in several tissues including nervous tissue, which are not affected in
HED patients nor Eda-/- mice, increasing the possibility that there are redundant TNF pathways
associated with the development of other tissues and organs (Montonen et al. 1998; Mikkola et al.
1999; Pispa et al. 2003). A third TNFR called TROY (also known as TNFRSF19 or TAJ) has been
implicated to play a role in ectodermal organogenesis (Hu et al. 1999; Eby et al. 2000; Kojima et al.
2000). So far, no ligand for TROY has been identified.
In addition, one family member, RANKL/osteoprotegrin ligand and its receptor RANK, are
essential for osteoclast survival and differentiation (Filvaroff and Derynck 1998) as well as for
terminal differentiation of mammary gland alveolar buds (Fata et al. 2000). In addition, downstream
component of TNF signaling, NF-κB has a central role in epidermal biology and in the growth and
differentiation of the outer ectoderm (Kaufman and Fuchs 2000).
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Fig. 3 Schematic representation of Ectodysplasin and Edar structures. Numbers refer to amino acids.
COOH, carboxyterminus; COL, collagen-like repeats; DD, death domain; F, furin cleavage site; NH2,
aminoterminus; SS, signal sequence; TM, transmembrane domain; TNF, tumor necrosis factor homology
domain.

EEC and related syndromes
Several dominant human syndromes have been mapped to chromosome 3q27 and ultimately the
gene encoding p63. These syndromes are characterized by ectodermal dysplasias, limb
abnormalities and a range of other malformations of mammary glands, facial skeleton and
urogenital system. The heterozygous P63 mutations are usually distinct for each of these syndromes
and are thought to act through both dominant-negative and gain of function mechanisms rather than
loss-of-function haploinsufficiency (van Bokhoven and McKeon 2002; Brunner et al. 2002)

Ectrodactyly-ectodermal dysplasia-clefting (EEC) syndrome
EEC syndrome has three cardinal features: ectrodactyly, also known as lobster-claw anomaly of the
hands and feet; ectodermal dysplasia affecting the skin, hair, nails and teeth; and cleft lip with or
without cleft palate. A number of associated symptoms are frequently found such as lacrimal duct
abnormalities, urogenital problems, conductive hearing loss and respiratory infections (Gorlin et al.
1990; Roelfsema and Cobben 1996). The clinical variability between the patients having the EEC
syndrome is high. So far, P63 is the major if not the only gene mutated in EEC syndrome (van
Bokhoven et al. 2001). Mutations can occur at several sites along P63 gene and generally, only
those affecting specific amino acids in the DNA binding domain will yield an EEC phenotype.

Ankyloblepharon-ectodermal dysplasia-clefting (AEC) syndrome
AEC syndrome, also known as Hay-Wells syndrome, is characterized by congenital ectodermal
dysplasia with sparse hair, dystrophic nails, scalp infections (dermatitis), hypodontia, maxillary
hypoplasia, ankyloblepharon- a partial or complete fusion of eyelids as well as cleft lip and/or cleft
palate (Gorlin et al. 1990). Limb involvement in AEC syndrome is minimal or absent. All but one
of the AEC syndrome patients have missense mutations in the SAM domain of P63, and thus, these
mutations are predicted to affect protein-protein interactions either by destroying the globular
structure of SAM domain or by substitution of amino acids that are crucial for protein-protein
interactions (McGrath et al. 2001; Brunner et al. 2002).

Rapp-Hodgkin syndrome (RHS)
RHS is characterized by anhidrotic ectodermal dysplasia, cleft lip and palate, deformed ears and ear
canals and genitourinary abnormalities (Gorlin et al. 1990). Thus far, three different mutations of
P63 have been identified in RHS patients namely a point mutation (amino acid substitution) in the
SAM domain (Kantaputra et al. 2003), one frameshift downstream to the SAM domain and one
missense mutation disrupting the dominant negative activity of ∆NP63 isoforms within the DNA
binding domain (Bougeard G et al. 2004).
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Acro-dermato-ungual-lacrimal-tooth (ADULT) syndrome
ADULT syndrome has features such as ectrodactyly, syndactyly, onychodysplasia- finger- and
toenail dysplasia, hypoplastic breasts and nipples, intense freckling, lacrimal duct atresia
(obstruction) and hypodontia (Gorlin et al. 1990). ADULT syndrome differs from EEC syndrome
by the absence of facial clefting. Interestingly, one patient mutation confers novel transcription
activation capacity on the ∆NP63γ isoform, which does not normally possess such activity (gain-of-
function effect) (Amiel et al. 2001; Duijf et al. 2002a).

Limb-mammary syndrome (LMS)
LMS is characterized by split-hand/foot malformation, mammary gland and nipple hypoplasia and
isolated cleft palate whereas patients do not suffer from skin or hair defects (Gorlin et al. 1990).
Frameshift mutations in exons 13 and 14 that result in truncations of the P63 protein have been
found from two patients (van Bokhoven et al. 2001).

Split-hand/split-foot malformation (SHFM)
Non-syndromic SHFM is a limb malformation, which is characterized by syndactyly, median clefts
of the hands and feet, and aplasia and/or hypoplasia of the bones in fingers (Gorlin et al. 1990).
SHFM is genetically heterogeneous and at least six mutations of P63 have been identified in SHFM
patients although P63 mutations probably account for no more than 10% of non-syndromic SHFM
(van Bokhoven et al. 2001; Duijf et al. 2003b). Two of the mutations are amino acid substitutions,
which appear to be primarily involved in the maintenance of the overall structure of the DNA-
binding domain (Ianakiev et al. 2000).

p53 family of transcription factors
P63 is a member of the p53 family, which now consists of three genes: p53, p63 and p73. Members
of this family share significant homologies in their DNA binding, transactivation and
oligomerization domains suggesting that they may transactivate common target genes (Yang et al.
2002). P63 and p73 have additional C-terminal sequences, which have no homologue in p53. In
addition, p53 has only a single transcript whereas p63 and p73 have at least six variants, which are
generated by alternative splicing in the C-terminal domain. P63 uses two different promoters/ATG
in combination with three alternatively spliced C-terminal ends (Fig. 4). The three isoforms (TAα,
TAβ, TAγ) are produced by a 5’- promoter and alternative splicing at the 3’ end of the gene. Each
of these three splice variants can also be expressed from an internal promoter upstream of exon 3’
that provides a different ATG to initiate translation downstream of the TA domain. These N-
terminal deleted p63 isoforms are referred to as ∆Np63-α, -β, and -γ. Often, they do not activate
transcription but instead can inhibit the transactivation functions of the other family members and
isoforms (Yang et al. 1998). The current information suggests that members of the p53-family of
transcription factors have overlapping as well as distinct biological functions.

p53 family in development
p53, p63 and p73 are conserved during evolution between species. For example, p63 gene has been
identified at least in mouse, human, Xenopus, zebrafish, chick and a marine mollusc (Lu et al. 2001;
Lee and Kimelman 2002; Bakkers et al. 2002; Yasue et al. 2001; Cox et al. 2003).
Mice engineered to have p53 deletions have multiple types of tumors (increased risk of
tumorigenesis) (Donehower et al. 1992). However, there is a spectrum of developmental lesions in
p53-deficient mice such as defects in neural tube closure and upper incisor formation (Armstrong et
al. 1995). p73 null mutant mice display defects in neuronal development and in pheromonal and
inflammatory responses (Yang et al. 2000). Mice homozygous for a disrupted p63 gene acquire
major defects in the development of epithelial organs namely agenesis of squamous epithelia and
their derivatives such as epidermal appendages, and mammary, salivary and lacrimal glands (Mills
et al. 1999; Yang et al. 1999). In addition, p63 mutant embryos have striking defects in limb
morphogenesis and show the downregulation of AER marker Fgf8 and a progress zone marker,
Msx1. Elegant use of antisense morpholino oligonucleotides against zebrafish p73 result in defects
of neuronal and craniofacial development (Rentzsch et al 2003).
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Fig. 4. Schematic representation of the structure of p63. p63 uses two major transcription intiation
sites (arrows) and extensive alternative splicing, to generate different mRNAs. Several protein domains
can be distinguished: TA, transactivation domain; DBD, DNA binding domain; OD, oligomerization
domain; SAM, sterile α-motif. Numbers indicate exons.
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AIMS OF THE STUDY
The aim of this thesis was to study the role of ectodysplasin, Edar and p63 signaling during the
development of teeth and hair and in the pathogenesis of ectodermal dysplasia syndromes.
The specific aims were:

• To analyze the distribution of Eda and Edar expression in embryonic tooth and hair follicle
and identify signals regulating the expression of Eda and Edar
• To investigate the downstream responses of Edar signaling in cultured cells and developing
tooth germs
• To establish the expression patterns of p63 isoforms ∆N and TA during tooth and hair
development and to study the regulation of p63
• To investigate the pathogenesis of tooth and hair defects in p63 null mutant mice and
identify downstream target genes of p63

MATERIALS AND METHODS
The experimental methods used in this thesis are listed in Table IV. The description of each method
is found in original publication.

                    Table 4. Experimental methods used in this study.
Method           Publication

Animals and Preparation of Tissues I, II, III, IV
Tissue culture I, II, III, IV
Recombinant proteins and bead implantation
assays

I, II, III, IV

In Situ Hybridization I, II, III, IV
Immunostaining           II, III, IV
Expression vectors III
Cell culture and transfection           III
Reporter assay for NF-κB           III
Indirect immunofluorescense and Western
Blotting

III

JNK and p38 activity assays III
Whole Mount Tunel Staining III
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RESULTS AND DISCUSSION

Ectodysplasin and Edar during tooth and hair follicle development (Articles I,II)

Gene expression of Eda and Edar during murine tooth and hair follicle development
We used in situ hybridization for studying the localization of TNF ligand Eda (Tabby, Ta; encoding
ectodysplasin) and TNF receptor Edar (downless, dl) in developing mouse molar teeth and surface
ectoderm (Fig. 5). Prior to any sign of morphological tooth (E10) or hair follicle (E11-E13)
formation, both Eda and Edar were coexpressed throughout the ectoderm (see also Tucker et al.
2000). When the epithelium formed a placode (early signaling center), Edar transcripts were
confined to the placode whereas Eda hybridization signal was detected in the intervening epithelium
(Montonen et al. 1998; Mikkola et al. 1999; Headon and Overbeek 1999). As shown also in other
studies (Pispa et al. 1999; Tucker et al. 2000), similar pattern continued during advancing
morphogenesis when the dental epithelium folded and formed a cap. Edar expression was very
intense and restricted to the enamel knots at the sites of folding, and Eda was expressed in the outer
enamel epithelium. During hair follicle development (stages 4-5), these genes were colocalized in
the bulb region. In addition, Eda transcripts continued in the interfollicular epidermis. Although
Eda expression appeared to be confined to the epithelium of embryonic skin, we cannot exclude the
presence of some Eda transcripts in the mesenchyme. Based on the comparison of the expression
patterns, we conclude that Eda and Edar are expressed in a largely complementary fashion and
restricted to the epithelium indicating that TNF signaling takes place within epithelial tissue and not
across the epithelial and mesenchymal tissue layers during tooth and hair morphogenesis.
Our study showed that the TNF ligand Eda is produced by the epithelial cells outside the enamel
knots indicating that interactions between epithelial cell compartments regulate the function of the
signaling centers. Edar and TNFRSF19 (Pispa et al. 2003) are so far the only signal receptors
restricted to the enamel knot. Ectodysplasin is produced as a type II transmembrane protein that has
the N-terminal end projecting intracellularly and the c-terminal end pointing outward (Singer et al.
1991; Kere et al. 1996) and exerts its effects by binding to specific cell surface receptors. In the cap
stage tooth, Eda and Edar expressing cells are separated by several cell layers indicating that
ectodysplasin may diffuse between epithelial compartments. Similarly in the hair placode Eda is
confined to the interfollicular ectoderm whereas its receptor resides in the placode. Indeed,
ectodysplasin, like some other TNFs, is cleaved in the extracellular region by a furin-like enzyme, is
shed from the cell surface and can thus act on cells which are not in intimate contact (Gruss and
Dower 1995; Baker and Reddy 1998; Chen et al. 2001; Elomaa et al. 2001; Schneider et al. 2001).
Interestingly, based on phenotypic features of the skin defects in heterozygote EDA patients as well
as on results from tissue recombination studies of Eda and Edar mutant skin, it was suggested
already 30 years ago that the product of Eda gene is a diffusible molecule (Sofaer 1973).
Furthermore, mutations in the furin cleavage site have been identified in patients having HED
(Pääkkönen et al. 2001; Schneider et al. 2001; Vincent et al. 2001). On the other hand, during the
initiation and bud stages of tooth development the patterns of Eda and Edar are complementary,
and signaling could take place at the expression boundaries even if ectodysplasin remains anchored
to the cell membrane.
Remarkably, Edar transcripts colocalized with a number of signal molecules such as Bmp2 and -4,
Fgf4, Lef1 and Shh (Lyons and Hogan 1990; Zhou et al. 1995; Bitgood and McMahon 1995;
Vaahtokari et al. 1996; Jernvall et al. 1998; Kettunen and Thesleff 1998; Keränen et al. 1998;
Jernvall and Thesleff 2000) in the enamel knots and hair placodes, which suggests that
ectodysplasin may regulate the functions of the signaling centers. Furthermore, this indicates that
TNF signaling is integrated with other signal pathways and that it has roles in the formation and
function of the epithelial signaling centers during tooth and hair morphogenesis. Hence, similar
observations in the two ectodermal organs suggest conserved roles for TNF signaling during
ectodermal organ development. Interestingly, it was recently shown that also scale formation in fish
depends on ectodysplasin signaling indicating that its function has been conserved during the
evolution of organs that form as ectodermal appendages (Kondo et al. 2001).
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Fig. 5  Schematic representation of expression patterns of Eda and Edar in
the developing mandibular first molar of the mouse.

Regulation of Eda and Edar expression
We have used an in vitro system and in situ hybridization to analyze the putative upstream
regulators of TNF signaling during ectodermal organogenesis by applying beads or cell aggregates
on developing murine tooth and skin. The signal proteins EGF, FGF4, FGF10, BMP2, BMP4, Shh,
ActivinA and Wnt6 were applied locally as beads or cell aggregates on explants of E12 tooth germs
and E13-E15 back skin (representing the stage when placode formation starts). Although Eda and
Edar were expressed in the epithelial cells during tooth and hair morphogenesis, the effects of
signal molecules on their expression in explant cultures indicated that they are intimately linked
with the epithelial-mesenchymal interactions and signaling networks during tooth and hair
organogenesis.

Wnt6 induce Eda expression and is transduced by LEF1
Interestingly, of the tested signals, only Wnt6 induced Eda expression in developing murine molars
and epidermis. Wnt6 was the only Wnt family gene analyzed, and it may have mimicked the effects
of other family members. Wnt6 is expressed in the ectoderm and its appendages with several other
Wnts, and some, although fewer Wnt genes are expressed in the mesenchyme (Sarkar and Sharpe
1999; Reddy et al. 2001). Wnt3a and Wnt7a, which are expressed in the epithelium affect gene
expression in the dermal component of hair follicles and induce the maintenance of hair-inducing
activity of the dermal papilla (Kishimoto et al. 2000). It was suggested that an epithelially expressed
Wnt may coordinate the development of epidermis and dermis during hair follicle development. It is
an intriguing possibility that these Wnt signals may regulate the development of the epidermal
placodes by inducing Eda expression.
It is also possible that different Wnts regulate Eda expression at various developmental stages. One
candidate regulator of the early Eda expression is Wnt7b, which is expressed in oral epithelium but
is excluded from the dental epithelium and hence shows coexpression with Eda during the time of
tooth initiation. Wnt7b was recently implicated in the formation of the boundary between oral and
dental ectoderm together with Shh, which is expressed exclusively in dental epithelium (Sarkar et
al. 2000). Like ectodysplasin and Edar, Wnt7b and Shh were suggested to mediate planar signaling
through the plane of epithelium and to regulate the formation of the tooth bud from the dental
lamina.
Our analysis of Lef1-/- ectoderm and tooth buds revealed downregulation of Eda expression
indicating that LEF1 may mediate the nuclear effects of the Wnt signals regulating Eda. The
downstream targets of LEF1/TCFs have been largely unknown until recently. Kratochwil and
coworkers showed that Fgf4 is a transcriptional target of Lef1 and can rescue the arrest of tooth
development in Lef1-/- mice (Kratochwil et al. 2002). Lef1- deficient mice have defects in the
development of several organs, among them hair, whiskers, and teeth (van Genderen et al. 1994;
Kratochwil et al. 1996). Eda mutant mice have defects in the same ectodermal organs, although the
Eda-/- phenotype is milder and there are differences in the types of hairs affected. There are several
possibilities to explain these discrepancies. For instance, different molecular mechanisms may
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regulate the development of different hair types, the different expression patterns of Eda and Lef1
during initiation may account for such differences. It is also possible that Eda and Lef1 signaling
pathways counteract at some level, or that expression differences between genes in same families
play roles. LEF1 may be redundant with other TCF-family transcription factors (Okamura et al.
1998), and ectodysplasin and Edar with other TNF ligands and receptors. The possibility that Eda
may be a direct target of LEF1 is supported by the presence of a conserved Lef1 binding site in the
promoter of the human EDA and corresponding mouse genes (Kere et al. 1996) and a mutation in
this region has been reported in one ectodermal dysplasia patient (Kobielak et al. 1998). Co-
transfection of LEF1 and β-catenin was recently shown to increase the transcription of EDA
although the promoter region containing LEF1 binding site was not sufficient for mimicking
endogenous expression suggesting that other transcriptional regulators might contribute to the
proper expression of Eda (Durmowicz et al. 2002). Taken together, these results support a central
role for Wnt/β−catenin/Lef1 signaling in the regulation of the expression of ectodysplasin.
Although Edar and Lef1 are coexpressed in epithelial signaling centers the analysis of Lef1-/-
embryos indicates that these two genes do not function on the same pathway. Therefore, expression
of Lef1 in the enamel knot, where it also overlaps with expression of Wnt10a, may be required for
the regulation of other genes involved in organogenesis. According to this scheme, Wnt signaling
would be involved both in the regulation of TNF signaling at the early stage of tooth development
and in the regulation of additional events at the bud stage, when activin signaling appears to control
TNF signaling by modulating Edar expression.

Induction of Edar expression
We monitored the expression of Edar in a similar series of experiments as Eda, and interestingly,
only activinA, which is expressed in the mesenchyme, stimulated the expression of Edar. ActivinA
stimulated Edar transcripts only in the presence of the mesenchyme and this phenomenon took
place only in the placodes at apparently predetermined locations. This indicates that activin does not
regulate Edar directly. It is possible that some proteins needed for activin signal transduction are
induced by another mesenchymal signal. Secondly, Edar may be regulated by the co-operation of
two different signals. The third possibility is that activin induces another signal in the mesenchyme
or in the epithelium, which then regulates Edar expression. In any case, our observations indicate
that TNF signaling in epithelium is regulated by mesenchymal signals and that activin may be such
a signal.
Hence, although Bmp2, Bmp4, Fgf4 and Shh are coexpressed with Edar in the epithelial signaling
centers they did not regulate its expression. Instead, Edar expression in the dental epithelium
appears to be intimately linked with the mesenchymal-epithelial interactions, because activinβA
expression is confined to dental mesenchyme. ActivinβA expression in dental mesenchyme is
necessary for normal tooth development (Ferguson et al. 1998), and our results indicate that at least
one of its functions is to stimulate Edar expression in the dental epithelium and thereby to make the
signaling centers responsive to TNF signaling. However, Edar is conceivably not the only target of
activin signaling because the tooth and hair phenotype of the activin null mutants is more severe
than that of Eda and Edar mutant embryos (Grüneberg 1965; Ferguson et al. 1998).
Although tissue recombination studies have shown that activin is not required for tooth
development any more during cap stage (Ferguson et al. 1998) it is possible that loss of activin at
this stage causes only slight impairment in tooth development, which was not detected. This would
be in line with the rather mild and variable tooth phenotype in Eda and Edar mutants.
Overall, our results indicate that TNF signaling is controlled by two different signals, an
(presumably) epithelial signal (Wnt) and a mesenchymal signal (activinA) regulating the expression
of the ligand and receptor, respectively.

Development of hair follicles and differentiation of epidermis in Eda mutants
The phenotype and pathogenesis of skin and hair defects in Eda-/- mice have been described earlier
in detail (Sofaer 1973; Hardy 1969; Vielkind and Hardy 1996). We confirmed that the hairs of Eda
mutants look like abnormal awls whereas tylotrich, auchene and zig zag hairs are absent. The
striking expression pattern of Edar during hair follicle morphogenesis indicates a role for TNF
signaling in the formation and/or function of epithelial placodes and hair follicles. Possible
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explanations for the formation of awl hairs in Eda-/- mice are redundancy of ectodysplasin and Edar
with other TNFs and receptors, or compensation of TNF signals with other signaling pathways.
There are several lines of evidence indicating that there exist other TNF ligands and receptors,
which regulate embryonic morphogenesis and may have redundant functions with ectodysplasin and
Edar. A novel receptor XEDAR (X-linked ectodysplasin-A2 receptor), which is expressed in hair
follicles, binds the EDA-A2 splice form of ectodysplasin whereas EDA-A1 splice variant binds to
Edar (Yan et al. 2000). Another novel TNF receptor which is expressed in hair follicles, called
TROY (TRADE/TAJ) has been cloned (Eby et al. 2000; Kojima et al. 2000). Furthermore, Eda and
Edar are expressed in mice and humans in a variety of tissues, which are not affected in ectodermal
dysplasia syndromes (Montonen et al. 1998; Mikkola et al. 1999; Pispa et al. 2003), suggesting that
they may have redundant functions with other TNFs and TNF receptors. The broad expression
patterns also suggest that the developmental regulatory functions of TNFs may not be restricted to
ectodermal organs.
We could not confirm the earlier suggestion that the differentiation of the skin is affected in Eda
mutants (Vielkind and Hardy 1996). All studied differentiation markers of the keratinocytes,
Keratin14 (Kopan and Fuchs 1989), Keratin10 (Byrne et al. 1994) and filaggrin, were present
suggesting that ectodysplasin/Edar signaling does not essentially regulate cell differentiation in the
epithelium. This is in line with several studies in which alterations of the NF-κB activity in basal
epithelial cells in skin did not affect the expression patterns of differentiation-specific markers
although NF-κB signaling has been frequently implicated in epidermal differentiation (Kaufman
and Fuchs 2000). NF-κB activity in basal keratinocytes appears to regulate the cessation of cell
cycle, as the inhibition of NF-κB activity leads to hyperproliferation of epidermis, which is not seen
in Eda mutants. It is conceivable that these later effects of NF-κB in epidermis are not regulated by
ectodysplasin/Edar signaling since Edar is not expressed in the basal epithelial cells after E15 when
placodes have formed.

Search for downstream targets of ectodysplasin-Edar signaling
Earlier analysis of the phenotype of the first molars in Eda-/- mice indicated that the development
was affected already at bud stage and at cap stage the teeth were hypoplastic (Pispa et al. 1999). The
enamel knot formed but it was small in size and morphologically abnormal. In addition, the
transcripts of several enamel knot signals, including Fgf4, Bmp4, Shh and Wnt10a, were present in
the enamel knots of Eda-/- teeth although in smaller than normal domains (Pispa et al. 1999). Our
finding that Edar expression was actually restricted to the enamel knot provided further support to
the assumption that the function of the enamel knot is directly affected in Eda-/- mice, and therefore
we continued the search for possible targets of TNF signaling among the genes expressed in the
enamel knots. Our in situ hybridization analysis with Lef1, Msx2, and Bmp2 showed that their
transcripts were detected also in the epithelium of Eda-/- molars although in smaller domains.
Hence, Lef1, Msx2, and Bmp2 genes do not appear to be targets of ectodysplasin signaling in the
enamel knot.
We also compared the expression of several candidate target genes of the common signaling
pathways in the hair placodes of E15 and E17 wild type and Eda mutant embryos. Tylotrich
placodes do not form in Eda-/- ectoderm, and at E15 none of the genes, which in the wild type skin
was confined to the placode ectoderm or underlying mesenchyme showed punctuated expression.
They were either absent, like Shh, Ptc, and Bmp4, or showed expression throughout the ectoderm or
underlying mesoderm like activin, Edar, and Lef1. Therefore it is not possible to identify targets of
ectodysplasin/Edar signaling in the tylotrich follicles. At E17, when the awl follicles in Eda mutant
skin have been initiated, all placodal genes analyzed showed intense localized expression in the
ectodermal placodes and/or in the underlying mesenchyme indicating that ectodysplasin/Edar
signaling is not required for their expression in the second wave awl follicles. This result indicates
that ectodysplasin/Edar signaling is not needed for the expression of the other genes analyzed in awl
placodes. However, our observations do not necessarily exclude the possibility that some of the
genes could be downstream targets of Edar because there may be a redundant TNF signal operating
in the awl follicles. Interestingly, Bmp4 expression is upregulated in transgenic mice overexpressing
Edar under K14 promoter (Pispa  2004). Hence, it is possible that Bmp4 is an indirect target of Edar
signaling via activation of NF-κB signaling cascade.
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Our finding that Edar was expressed in the enamel knots and ectoderm of Eda-/- embryos indicates
that the expression of the TNF receptor Edar does not depend on its own signaling. However, the
observation that Edar did not show a punctuated pattern in the beginning of the first wave of
folliculogenesis indicates that ectodysplasin/Edar signaling is upstream of the patterning of Edar
and other placodal genes of the placodes. Furthermore, a recent study in which β-catenin function
was conditionally deleted in the ectoderm indicates that Edar acts upstream of most other genes in
the placodes (Huelsken et al. 2001). The development of the tylotrich follicles was inhibited, and
several placodal markers including Shh, Patched and Bmp4 were absent. However, Edar was
expressed in a punctate pattern resembling the distribution of hair placodes indicating that it acts
upstream of β-catenin, which could be placed upstream of the other placodal genes (Huelsken et al.
2001). We did not detect differences in β-catenin expression between wild type and Eda mutant
skin by in situ hybridization analysis, which suggests that ectodysplasin/Edar signaling is not
needed for β-catenin expression.
Because Edar expression is not patterned to the hair placodes in the Eda mutants, it is conceivable
that ectodysplasin/Edar signaling has a role already before actual placode formation, and acts
further upstream. However, recent evidence from our laboratory indicates that ectodysplasin-Edar
signaling may not be involved in the patterning of placodes since exogenous Eda-A1 could not
accelerate the inductio of hair follicles suggesting that Eda-A1 cannot override the normal
requirement of the first dermal signal (Mustonen et al. unpublished observations). Wnt signaling has
been frequently implicated in the early inductive events during hair and feather development. For
instance, overexpression of TCF/LEF1 transcription factors and constitutive activation of β-catenin
affects the patterning of hair follicles and stimulates their development (Gat et al. 1998; Noramly et
al. 1999). Our demonstration that Eda expression is induced by Wnt signals, which are transduced
by LEF1, is intriguing.  It is conceivable that also β-catenin is required for this signal transduction,
although Edar was patterned to the placodes in the ectoderm of conditional β-catenin mutants
(Huelsken et al. 2001). Because the cre-mediated recombination in the ectoderm occurred later than
the stage of placode patterning, β-catenin expression presumably was not yet affected during the
patterning process. In conclusion, we propose that the effects of Wnt signaling during the early
stages of placode development are at least partly due to upregulated ectodysplasin expression and
the subsequent stimulation on TNF signaling and activation of NF-κB responsive genes in the early
ectoderm. What are the downstream targets of this signaling and what leads to the patterned
expression of Edar and subsequently of other placodal markers will be an interesting question to be
answered in future studies.
A reaction-diffusion model for placode patterning in feathers and hairs has been put forward which
assumes the existence of diffusible activators of placodes, such as FGFs, and inhibitors, e.g. BMPs
(Jung et al. 1998; Oro and Scott 1998). Ectodysplasin could be a key activator in such a model as
has previously been suggested. The more recent analysis of Eda overexpression in transgenic mice
and the in vitro effects of EDA protein have indeed confirmed the key function of Eda in
stimulating the growth of ectodermal placodes (Mustonen et al. unpublished observations).
Interestingly, the treatment of pregnant Eda-/- mice with a recombinant form of EDA1, engineered
to cross the placental barrier, permanently rescues the Eda-/- phenotype in the offspring.
Furthermore, sweat glands can also be induced by EDA1 after birth (Gaide and Schneider 2003).
This is the first example of the prevention of congenital malformation by recombinant protein
treatment.

Mechanisms of Edar signaling (Article III)

Signaling by TNFRs leads to pleiotropic responses depending of the cell types and other signals the
cell receives. Many TNFRs can activate transcription factor NF-κB in a ligand independent fashion
when receptor construct is overexpressed in transfected cells (Chinnaiyan et al. 1996). Not
surprisingly, our study showed that NF-κB activation is also triggered by overexpression of Edar in
a dose-dependent fashion. Practically no NF-κB response was detected when cells were transfected
with mutant forms of Edar such as Sleek (used in our study) or other mutated Edar forms lacking
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the death domain (Kumar et al. 2001) suggesting that activation of NF-κB is critical for Edar
function. However, prominent residual activity was detected in cells transfected with a E379K
mutant found in Edar-/- mice indicating that two such alleles are needed for a significant
impairment of NF-κB signaling. Furthermore, the dominant mutants are expressed at higher levels
on cell surface compared to the wild type protein indicating that they are more efficient in capturing
ligands and may thus, act as decoy receptors. Also in vivo evidence exists indicating the importance
of NF-κB in the mediation of Edar signaling in the development of ectodermal organs.
Hypomorphic mutations reducing the activity of IKKγ, which is required for NF-κB activation,
cause HED. The dominant-negative form of IKKγ inhibits Edar mediated NF-κB activation (Zonana
et al. 2000; Döffinger et al. 2001; Aradhya et al. 2001). In addition, transgenic mice with suppressed
NF-κB activity have similar defects in teeth, hair and sweat glands as Eda-/- mice (Schmidt-Ullrich
et al. 2001).
When we transfected cells with Edar together with ectodomain constructs of ectodysplasin, Eda-A1
or Eda-A2, a synergistic effect was found between Eda-A1 and Edar. Interestingly, Eda-A2
increased the NF-κB response alone and coexpression of Eda-A2 with Edar was equal to the sum of
their activities when both were expressed separately. The two isoforms of ectodysplasin, Eda-A1
and Eda-A2 bind to two different receptors, Edar and Xedar (Yan et al. 2000) and our puzzling
result is most readily explained by the likely presence of Xedar in cells used in the present study.
In the present study overexpression of Edar did not activate SAPK/JNK pathway nor p38 kinase,
which are activated by many other TNFRs. Conflicting results were obtained by Kumar and
coworkers (2001) concerning the activation of JNK pathway by Edar. This may be due to
differences in the experimental setup or the cell lines used in these studies. In any case, the JNK-
inducing ability of Edar was relatively weak compared to some other TNFs. Interestingly, many
molecules of the JNK pathway are downregulated in the skin of adult Eda-/- mice (Cui et al. 2002).
However, our results on tissue samples suggest that JNK pathway is not active during tooth
development at the time when the defect in teeth of Eda-/- mice is evident and activation of JNK
would be expected if it played a significant role in Edar signaling.
Some TNF receptors contain a cytoplasmic stretch of amino acids, the death domain, which is often
associated with cell death. Hence, we analyzed the ability of Edar to trigger apoptosis by
transfecting several cell lines with his-tagged Edar for 24 or 48 hours. The overall morphology of
the cells transfected with Edar was comparable to neighboring untransfected cells in most cases
indicating that Edar does not have a significant role in the induction of apoptosis. In order to
confirm this result, we compared cell death in developing wild type and Eda-/- mouse teeth by
Terminal Deoxynucleotidyl Transferase Mediated Nick End Labeling (TUNEL) on whole mount
teeth at E14 and observed no difference between the wild type and Eda-/- molars. In addition, we
showed that p21, which has been associated with apoptotic cell fate, was normally expressed in
Eda-/- molars at E14. In addition Edar does not bind death promoting adapter molecules FADD and
TRADD (Kumar et al. 2001). Because HED patients and the corresponding mouse mutants either
lack the affected organs or their development is hypoplastic, it is more likely that the physiological
function of Edar is rather to enhance cell proliferation or survival than to promote cell death.

In summary, our results suggest that the LEF1 mediated Wnt signals upregulate TNF ligand Eda
whereas the expression of TNF receptor Edar is stimulated by activin. In addition, we have shown
that Edar can activate the NF-κB pathway indicating that NF-κB is the main signal transduction
pathway of Edar (Fig. 6).
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Fig, 6. Schematic view of signaling pathway involving ectodsplasin (EDA-A1 isoform) and its
receptor EDAR. Ectodysplasin, expressed in the interplacodal ectoderm is induced by Wnt signals, which
are transduced by LEF1. EDAR, expressed in the placodes is stimulated by activin signals from the
underlying mesenchyme. Ectodysplasin trimer is cleaved by furin and as a soluble ligand can bind to the
trimerized EDAR, which recruits the adaptor protein, Edaradd. Edaradd interacts with TNF receptor-
associated factors (TRAFs). IKK complex activates NF-κB transcription factor.

Transcription factor p63 in tooth and hair follicle development (Article IV)

Localization of p63 and its isoforms ∆Np63 and TAp63 in developing tooth and hair
We analyzed the expression profile of p63 and its two isoforms in embryonic mouse molars (E10-
P3) and back skin ectoderm (E11-NB). In the tooth, p63 probe detecting all isoforms was localized
in the dental epithelium throughout the initiation, bud and cap stages and transcripts were also
observed in oral epithelium. At bell stage, p63 expression was intense in the outer enamel
epithelium whereas the intensity of expression was reduced in inner enamel epithelium and stellate
reticulum. Hybridization signal was lost when the cells of the inner enamel epithelium differentiated
into ameloblasts. In the back skin, p63 transcripts were detected throughout the simple ectoderm in
E10-E13 embryos. When the surface epithelium started stratification and the hair placodes appeared
(E15), staining was seen in the basal epithelial cells and in the developing hair follicles. The
expression patterns for p63 detecting all isoforms and ∆Np63 were identical suggesting that ∆Np63
is the main splice variant in stratifying epithelium and its derivatives. Interestingly, TAp63 transripts
were not seen during odontogenesis or in other epithelial derivatives. However, p63 detecting all
isoforms and TAp63 colocalized in some mesenchymal structures such as the tongue as well as in
the eye and in nerves.
To study whether p63 and ∆Np63 were translated at sites of mRNA expression,
immunohistochemical analysis on tissue sections was performed. P63 and ∆Np63 proteins
colocalized with their corresponding mRNAs during epithelial organogenesis confirming that
∆Np63 is the p63 splice variant expressed during embryonic tooth and hair formation. In summary
the truncated ∆N isoform of p63 is expressed in epithelial cells during the development of
epidermis, hairs and teeth. During advancing morphogenesis ∆Np63 expression continued in the
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epithelial cells of the tooth germs and hair follicles as well as in epidermis, and it was
downregulated during the differentiation of keratinocytes and ameloblasts. We did not detect
expression of the transactivating TAp63 isoform in epithelium at any stage analyzed.
Conflicting observations were recently reported by Koster et al. (Koster et al. 2004) who proposed a
dual role for p63 in development as well as maintenance of epidermis. The results were based on a
more sensitive RT-PCR analysis of whole embryos at early stages of development (E7.5-E9) and of
epidermis from E15 onwards. However, based on the in situ hybridization data together with our
immunohistochemical analysis we conclude that ∆Np63 is the main isoform expressed in the
developing tooth and hair. This is in line with previous reports on developing epidermis in
zebrafish, which detected solely the ∆Np63 isoform (Lee and Kimelman 2002; Bakkers et al. 2002).

Fig. 7. Schematic representation of the expression pattern of p63 in the developing mandibular
first molar of the mouse.

Failure of placode formation in p63-/- embryos
The original phenotypic analyses of p63-/- mice revealed a lack of tooth and hair development but
the pathogenesis and exact stage of arrest was not studied (Mills et al., 1999; Yang et al., 1999). The
thorough histological analysis of molar region revealed a complete arrest of odontogenesis before
the dental placode stage (E12-E13) in p63 mutant embryos. Whole mount in situ hybridization
analysis with markers for early dental lamina showed that Pitx2 and Shh were present in p63 null
mandibles at E11. When Pitx2 and Shh became limited into the budding tooth germs in wild type
mandibles (Mucchielli et al. 1997; Keränen et al. 1998), their expression remained continuous in the
p63 mutants confirming the histological analysis showing that the dental lamina forms but placodes
do not develop. Although tooth morphogenesis failed in the p63 mutants, the early patterning events
of dental development apparently occurred normally. Early signals for dental patterning include
Fgf8 and Fgf9, which are required for tooth initiation (Trumpp et al. 1999). Their expression was
unaffected in the p63 mutants. Also mesenchymal patterning occurred in the absence of p63 as
shown by the typical expression of Bmp4 in the buccal mesenchyme under the epithelial thickening
at E11 (Vainio et al. 1993). Hence, although the epithelial stratification failed in the surface
epidermis, the multilayered epithelial thickenings formed in the oral ectoderm. In summary, tooth
development was patterned normally in the absence of p63 although the morphogenesis of
individual teeth did not proceed beyond the stage of initiation.
The analysis of skin sections confirmed the previously described lack of stratification of surface
ectoderm and the complete absence of hair follicles (Mills et al. 1999; Yang et al. 1999). We did not
detect localized expression of any of the placode marker genes. In particular, β-catenin and Edar
were absent in the p63 mutant embryos indicating failure of hair placode initiation.  β-catenin and
Edar are genes, which are high in the hierarchy of placodal markers and their null mutants fail to
initiate guard hair development (Huelsken et al. 2001). β-catenin and Edar are both expressed
uniformly in the simple ectoderm prior to placode formation and this expression was also
downregulated in the p63 mutants, although not completely. Hence β-catenin and Edar may not be
direct targets of p63.
∆Np63 overexpression has earlier been shown to induce nuclear accumulation of β-catenin and to
activate the β-catenin pathway (Patturajan et al. 2002). Wu and coworkers (Wu et al. 2003)
identified genes regulated by different p63 isoforms using a DNA microarray chip analysis and
obtained contradictory results, which did not detect any significant changes in the RNA levels of β-
catenin. Elevated levels of β-catenin have been shown in the putative keratinocyte stem cells (Zhu
and Watt 1999). The downregulation of β-catenin in p63-/- surface ectoderm may, thus, indicate
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that p63 through β-catenin may contribute the maintenance of the proliferating potential of
epidermal (stem) cells.
In conclusion, these results show that in the absence of p63 expression tooth development arrests at
the dental lamina stage and hair follicle development is not initiated suggesting that p63 is required
in the ectoderm for the formation of the dental and hair placodes.

P63 integrates multiple signaling pathways
To elucidate the role of p63 in ectodermal organogenesis, we performed a detailed survey of
potential downstream target genes. Of the analyzed genes activinA, Bmp4, Egfr, Fgf8, -9, Lef1,
lunatic fringe, Msx1, Msx2, Notch1, -2, -3, Jagged1, -2, Wnt3a, -6, -10b, Eda, Edar, TNFRSF19,
pvrl1, p21, pax9, Pitx2, ptc1 and Shh were analyzed in murine embryos aged between E11-E12. In
addition, we have used in vitro tissue culture system to investigate the potential of several signaling
molecules to regulate p63 expression. Of the signal molecules analyzed, activin, EGF, FGF4, FGF8,
Shh, TGFβ1 and WNT6 did not have any stimulatory effect on p63 expression.

FGF signaling pathway
The FGF receptor splice form Fgfr2b, which is normally expressed throughout the surface and oral
epithelia including the tooth, was absent from the p63 null epithelium at E11-E12. Since Fgfr2b is
known as a receptor regulating the homeostasis of epidermis and morphogenesis of epithelial organs
and shows exact coexpression with p63 in the ectoderm it may be a direct target for p63.  Recently
Fomenkov and colleagues (Fomenkov et al. 2003) noticed the downregulation of Fgfr2b expression
in p63-/- keratinocytes and their results indicated that p63 mutations cause a decrease specifically in
the FGFR2b splice form by affecting RNA processing. Furthermore, a link between Fgfr2b and p63
is supported by the similar limb phenotypes including the downregulation of Fgf8 in knockout
embryos (Mills et al. 1999; Yang et al. 1999; De Moerlooze et al. 2000). However, Fgf8 expression
was normal in the oral ectoderm of p63 mutants. This may indicate differences in the competence of
the different tissues or otherwise Fgf8 may not be a direct target of p63. In addition, the phenotype
in ectodermal organs is much less severe in the Fgfr2B mutants indicating that the arrest of
ectodermal organ development in the p63 mutants may be due to effects on other p63 target genes
than Fgfr2b or to synergistic effects of several genes regulated by p63.
Of the tested signal molecules only FGF10 in addition to BMP2 and BMP7 stimulated ∆Np63
expression in dental epithelium. FGF10 binds exclusively to Fgfr2b and it is expressed in both
epithelium and mesenchyme during tooth initiation, and in the mesenchyme underlying the hair
placodes (Kettunen et al. 2000; Rosenquist and Martin 1996). We found that p63 expression was
unaltered in Fgfr2b mutant epidermis. Hence, although FGF10 upregulates the expression of p63 in
cultured explants, it is not necessary for p63 expression. However, there may exist a positive
feedback loop, where FGF10 stimulates the expression of its own receptor FgfR2b by upregulating
p63.

P63 lies both upstream and downstream of BMP7
Our radioactive in situ hybridization survey revealed that all epithelial cells analyzed were negative
for Bmp7 in the oral and skin ectoderm of p63 mutants whereas in wild type littermates Bmp7 was
expressed throughout simple epithelium. Since the expression pattern of Bmp7 is identical to that of
p63 in the ectoderm it may be a direct downstream target of p63.
Our in vitro studies indicated that BMP7 apparently lies both upstream and downstream of p63.
BMP2 and BMP7, which are expressed only in the ectoderm during early tooth and hair
development, caused significant upregulation of p63 transcripts in whole tooth explants as well as in
isolated epithelia. Our results are in line with earlier findings that there is a binding site for Smad4/5
in the promoter region of ∆Np63 in zebrafish and that ∆Np63 is downregulated in Bmp7 mutant
zebrafish embryos (Lee and Kimelman 2002; Bakkers et al. 2002). Thus BMP7 apparently lies both
upstream and downstream of p63 and since its expression is restricted to the ectodermal cells it acts
within the epithelial sheet. However, since both teeth and hairs form in Bmp7 mutant embryos,
BMP7 is conceivably redundant with other BMPs in regulation of ectodermal organogenesis.
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Notch1 and Jagged1 are missing in p63 null epithelium
Notch1 and ligand Jagged1, which are coexpressed first throughout the early ectoderm and then
confine to the differentiating cells of epithelium (Weinmaster et al. 1991; Kopan and Weintraub
1993; Mitsiadis et al. 1995; Mustonen et al. 2002), were downregulated in oral (E11-E12) and
absent in surface epithelia (E12-E14) in p63 null mutants suggesting that p63 may play important
roles during epidermal differentiation and epithelial appendage development. In addition both
Notch1 and Jagged1 trigger differentiation program in primary keratinocytes and induce
differentiation markers such as involucrin (Rangarajan et al. 2001; Nickoloff et al. 2002).
Furthermore, TAp63 was recently associated with the Notch signaling pathway in cell culture
experiments indicating that the expression of Notch ligands Jagged1 and Jagged2 and Notch target
Hes1 were stimulated by p63 (Sasaki et al. 2002). Although Notch1 and Jagged1 transcripts were
generally absent in the mutant littermates we cannot rule out the possibility of remnants of
transcripts in some epithelial cells. This is in line with previous observations, which showed that
although the p63 mutant ectoderm remains very thin, suprabasal cells apparently do differentiate
since some mutant cells express markers of differentiated keratinocytes (Yang et al. 1999).
Furthermore Notch2, -3, Jagged2, and pvrl1 showed normal expression in the suprabasal cells in
mutant ectoderm possibly confirming that some molecular differentiation took place.
p63 has been suggested to be a marker for keratinocyte stem cells based on the expression pattern
and mutant phenotype (Pellegrini et al. 2001; Yang et al. 1999; Mills et al. 1999), and Notch
signaling has been associated with the maintenance and differentiation of the keratinocyte stem cells
and regulation of epithelial stem cells in teeth (Artavanis-Tsakonas et al. 1999; Lowell et al. 2000;
Harada et al. 1999). Our expression analysis showed that p63 was expressed in the putative stem
cells in mouse incisors, although expression was not restricted to them. Hence, it is possible that the
regulation of Notch1 and its ligand Jagged1 by p63 are important features of stem cell regulation
during keratinocyte differentiation and regeneration of ectodermal organs.
Our findings that p63 either directly or indirectly regulates many genes in different signaling
pathways involved in placode initiation conceivably explain the more universal inhibition of
placode formation in the p63 mouse mutants as compared to most mutants where placodes are
affected by inactivation of genes in one signal pathway only (Fig. 8) (Hardcastle et al. 1998;
Satokata and Maas 1994; van Genderen et al. 1994).

Fig. 8. p63 is a central component of the signal pathway network regulating epithelial
morphogenesis. The absence of Bmp7, Fgfr2b, Jag1 and Notch1 from the ectoderm of p63
null embryos, and significant reduction of β-catenin and Edar indicate that the responsiveness
of the mutant ectoderm to signals in the BMP, FGF, Notch, Eda (TNF) and Wnt pathways is
compromised. In addition the expression of p63 is stimulated by BMP2, BMP7 and FGF10,
known regulators of epithelial development.
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CONCLUDING REMARKS
Over the past few decades an increasing number of genes involved in aetiology and pathology of
hereditary human syndromes have been discovered. This thesis work has focused on the
characterization of ectodysplasin-Edar and p63 signaling in epithelial morphogenesis and
pathogenesis of ectodermal dysplasia syndromes.
Ectodysplasin-Edar pathway is needed for the development of teeth, hairs, sweat glands, salivary
glands, lacrimal glands and a large group of smaller glands in several mammals including humans,
mice and cows (Kere and Elomaa 2002; Grüneberg 1966; Grüneberg 1971; Drögemüller et al.
2002). In addition to mammals, Edar signaling is needed for scale development in Medaka fish
(Kondo et al. 2001).
Thus far, the upstream regulators of ectodysplasin-Edar signaling during tooth and hair formation
have been largely unknown. In this study, we have shown that signaling mediated by TNF ligand
Eda and its receptor Edar is intimately linked with other signaling pathways during embryonic
development. First, Wnt signaling mediated by LEF1 was shown to regulate the expression of Eda
(Durmowicz et al. 2002). Wnt signaling is known to be a key regulator of hair and tooth initiation
by regulating gene expression in the early ectoderm (van Genderen et al. 1994; Gat et al. 1998;
Noramly et al. 1999; Niemann et al. 2002; Sarkar et al. 2000). It is possible that Eda is among the
early genes regulated by these Wnt signals. However, the promoter region of Eda containing the
LEF1 binding site is not sufficient for mimicking endogenous expression indicating that other
transcriptional regulators may contribute to the function of Eda (Durmowicz et al. 2002). Secondly,
the expression patterns of Eda and Edar showed that these genes mediate interactions within
epithelium between epithelial compartments. However, the stimulation of Edar mRNA by activin
indicated that TNFR signaling is associated with epithelial-mesenchymal interactions. The
upregulation of Edar appears to be an early event in placode formation. Conditional inactivation of
β-catenin, a mediator of Wnt signaling, in the epidermis caused failure of placode formation, but
Edar expression was patterned to the placodal sites although no morphological signs of placode
initiation were apparent in these mutant mice. (Huelsken et al. 2001). This suggests that Edar
functions high in hierarchy among several other placodal genes.
Signaling mediated by TNFRs leads to pleiotropic responses depending on the cell type and other
signals the cell receives. The most typical response to TNFR signaling is the activation of the
transcription factor NF-κB. We showed that the transfection of mammalian cells with Edar results
in a dose-dependent response of NF-κB, which can be enhanced by co-expression of EDA-A1.
Practically no NF-κB activation is observed in cells transfected with mutant forms of Edar
suggesting that engagement of the NF-κB pathway is critical for Edar function. Thus far, no
downstream target genes of NF-κB signaling mediated by Edar have been revealed.
We have also examined p63 the mutations of which are behind several human syndromes affecting
the development of ectodermal derived organs. The almost total failure of epidermal development
and lack of ectodermal organ morphogenesis in the p63 deficient mice is one of the most severe
ectodermal phenotypes reported in mouse mutants. Our findings that p63 is required for the
expression of mediators of several signal pathways including BMP, FGF, Notch, Edar and Wnt in
the ectoderm indicate that the responsiveness of the mutant ectoderm to signals in several pathways
is compromised. This can conceivably explain the severity of the mutant phenotype. P63 signaling
is essential for the development of ectoderm and its appendages in several animal models analyzed
indicating that p63 is very high in hierarchy among genes regulating epidermal differentiation and
ectodermal organ development. Interestingly, Edar mRNA was downregulated in p63 null embryos
suggesting that these two genes may function in the same molecular pathway in the pathogenesis of
ectodermal dysplasias. The unaffected expression of pvrl1 in p63 mutants indicates that the defects
in same ectodermal organs in human ectodermal dysplasia syndromes may have different
pathogenetic mechanisms. In addition we identified putative upstream regulators of p63 signaling.
The expression of p63 was stimulated by members of the BMP and FGF families, which are known
regulators of epithelial development. Hence, we conclude that p63 is a central component of the
signal pathway network regulating epithelial morphogenesis.
In summary, by elucidating the signaling pathways mediated by Eda/Edar and p63, a better
understanding of the mechanisms lying behind human syndromes affecting ectodermal
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organogenesis is achieved. Only by having a thorough understanding of the molecular signaling
involved in ectodermal dysplasia syndromes, can we continue the development of effective
treatment regimens for human patient
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