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Runx2, A Multifunctional Transcription Factor
in Skeletal Development
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Abstract The identification of Runx2 (runt-related protein 2) function has greatly advanced the understanding
of skeletal development over the last 5 years. Runx2 is regulated transcriptionally and post-translationally through
the activity of many identified factors, although, the physiological significance of each remains to be demonstrated.
The interaction of Runx2 with other transcription factors and cofactors has been shown to be important in Runx2-
dependent gene regulation. Runx2 plays important roles in multiple steps of skeletal development. Runx2 determines
the lineage of osteoblasts from multipotent mesenchymal cells, enhances osteoblast differentiation at an early stage,
and inhibits osteoblast differentiation at a late stage. Runx2 plays crucial roles in chondrocyte maturation and in
the specification of cartilage phenotypes. Furthermore, Runx2 is involved in vascular invasion into cartilage and
osteoclastogenesis. Therefore, the determination of Runx2 function and the investigation of the cascades of Runx2-
dependent gene regulation are important in the elucidation of skeletal biology. J. Cell. Biochem. 87: 1–8, 2002.
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The skeletons of vertebrates are constructed
through intramembranous or endochondrial
ossification at specific developmental times and
at specific sites. Intramembranous ossification,
which is restricted to the cranial vault, some
facial bones, and parts of the mandible and
clavicle, is performed by osteoblasts that have
differentiated from mesenchymal cells. The
remainder of the vertebrate skeleton forms
as a cartilage template that is replaced with
bone tissues through a sequential processes
of endochondrial ossification, which includes
chondrocyte maturation, vascular invasion into
the cartilage, andbone formationbyosteoblasts.
Runt-related protein 2 (Runx2)/core binding
factor a1 (Cbfa1)/polyoma enhancer binding
protein 2aA (Pebp2aA) plays crucial roles in

the processes of both intramembranous and
endochondrial ossification.

Runx2 is a transcription factor that belongs to
the Runx family [Komori and Kishimoto, 1998]
(Fig. 1). Three Runx genes (Runx1/Cbfa2/
Pebp2aB, Runx2/Cbfa1/ Pebp2aA, and Runx3/
Cbfa3/Pebp2aC) have been identified. Each of
these genes encodes a DNA-binding domain,
runt that is homologous with the Drosophila
pair-rule gene runt.However, eachRunx family
protein has an unique function. Runx1 is essen-
tial for definitive hematopoiesis [Komori and
Kishimoto, 1998], Runx3 is a major growth
regulator of gastric epithelial cells [Li et al.,
2002], and Runx2 is essential for skeletal devel-
opment and is described in detail below. Runx2
was originally cloned from mouse fibroblasts,
and its expression has been detected in T-cell
lines, NIH3T3 cells, thymus, and testis. A Runx
binding sequence, PyGPyGGTPy, has been id-
entified in the regulatory regions ofmanyT-cell-
specific genes. The DNA-binding sites of Runx
have also been identified in the promoter region
of the osteocalcin gene. In addition, Runx1 has
been shown to bind to the osteocalcin promoter
region and to transcriptionally activate the
osteocalcin gene. The involvement of Runx2
in skeletal development was demonstrated

� 2002 Wiley-Liss, Inc.

Grant sponsor: Ministry of Education, Culture, Sports,
Science and Technology.

*Correspondence to: Toshihisa Komori, Department of
Molecular Medicine, Osaka University Medical School,
Suita, Osaka 565-0871, Japan.

Received 18 June 2002; Accepted 21 June 2002

DOI 10.1002/jcb.10276



by Runx2-deficient (Runx2�/�) mice, which
showed a complete lack of bone formation
[Komori and Kishimoto, 1998].

Mice carrying a heterozygousmutation in the
Runx2 locus showed a phenotype similar to
cleidocranial dysplasia in humans, which is an
autosomal-dominant disease characterized by
hypoplastic clavicles, open fontanelles, super-
numerary teeth, and short stature [Komori
et al., 1997; Otto et al., 1997]. Further, muta-
tions of the Runx2 gene have been found in
patients with cleidocranial dysplasia [Lee et al.,
1997; Mundlos et al., 1997], indicating that a
heterozygous mutation in the Runx2 locus
results in cleidocranial dysplasia (Fig. 1).

REGULATION OF RUNX2

Runx2 is expressed as two isoforms (type I
Runx2 starting with the sequence MRIPV and
type II Runx2 starting with the sequence
MASNS) that possess different N-termini, and
are expressed under different promoters
[Komori and Kishimoto, 1998]. Both type I and
II Runx2 isoforms are expressed in chondro-
cytes, as well as osteoblasts, although, type II
Runx2 expression is predominant in osteoblasts
[Enomoto et al., 2000; Banerjee et al., 2001].
The two isoforms have been observed to be
functionally similar in chondrocytes [Uetaet al.,
2001]. Runx2 is transcriptionally upregulated

by bone morphogenetic proteins (BMPs), fibro-
blast growth factors (FGFs), and retinoic acid
(RA), and is downregulated by 1,25(OH)2D3 and
tumor necrosis factor-a (TNF-a) [Ducy et al.,
1997; D’Souza et al., 1999; Jiménez et al., 2001;
Drissi et al., 2002; Gilbert et al., 2002] (Fig. 2).
The transcriptional regulation of Runx2 by
transforming growth factor-b (TGF-b) seems to
depend on the specific cell types used. TGF-b
upregulates Runx2 expression in C2C12 cells
[Lee et al., 2000], but downregulates Runx2
expression in primary osteoblasts and ROS17/
2.8 cells [Alliston et al., 2001]. However, the
factors that are involved in the control of Runx2
expression at specific times and locations dur-
ing the differentiation of osteoblasts and chon-
drocytes remains to be clarified.

The regulatory region of Runx2 has multiple
Runx2binding sites, andRunx2hasbeen shown
to regulate the activity of its own promoter both
positively [Ducy et al., 1999] or negatively
[Drissi et al., 2000]. Our experiments using
Runx2 and dominant-negative (DN) Runx2
transgenic mice showed no obvious autoregula-
tion of Runx2 [Liu et al., 2001; Ueta et al., 2001].
However, our recent experiments suggest that
Runx2 negatively regulates its own promoter
in osteoblast precursors (submitted). The nega-
tive feedback of Runx2 expression may be
an important regulatory step in the onset of
osteoblast differentiation. Post-translational

Fig. 1. Genes of the Runx family. Themain functions of Runx genes and a cofactor gene, Cbfb, and related
human diseases are shown. *The relation was suggested because approximately half of gastric cancer cells
do not express RUNX3, andRUNX3 suppresses tumorigenesis of a cancer cell line, but amutation of RUNX3
does not [Li et al., 2002].
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regulation of Runx2 has also been reported.
MAPK-dependent phosphorylation of Runx2
stimulates Runx2-dependent transcription
[Xiao et al., 2000]. Protein kinase A also
phosphorylates the transactivation domain of
Runx2 during the process of matrix metallopro-
teinase 13 (MMP13) activation by parathyroid
hormone (PTH) [Selvamurugan et al., 2000].
The cAMP pathway, amajor intracellular path-
way mediating PTH signals, suppresses Runx2
through proteolytic degradation that involves
a ubiquitin/proteasome-dependent mechanism
[Tintut et al., 1999].
Runx2 interacts with other transcription

factors, such as Ets, Smad, and C/EBP, with
the transcriptional cofactor Rb, and with the
transcriptional repressor TLE. These interac-
tions greatly influence Runx2 function [Sato
et al., 1998; Javed et al., 2000; McCarthy et al.,
2000; Zhang et al., 2000; Thomas et al., 2001;
Gutierrez et al., 2002] (Fig. 2). Further, the
fidelity of the subnuclear localization of Runx2
mediated by a nuclear-matrix-targeting signal
is required for Runx2 function [Choi et al.,
2001]. The transcriptional cofactor, core bind-
ing factor-b (Cbfb), which does not have DNA

binding capacity, forms a heterodimer with the
runt protein, a DNA-binding domain that is
common to the Runx family, and enhances the
in vitro DNA binding of the runt protein
[Tahirov et al., 2001]. Cbfb�/� mice die at the
mid-gestational stage owing to the lack of
definitive hematopoiesis, a phenotype similar
to Runx1�/�mice, indicating that Cbfb is essen-
tial for the function of Runx1 in vivo [Komori
andKishimoto, 1998].However, the necessity of
Cbfb for the function of Runx2 has been con-
troversial. Cbfb enhanced the promoter activ-
ities of osteocalcin and osteopontin induced
by Runx2 [Harada et al., 1999], but Runx2 fail-
ed to form a heterodimer with Cbfb in vitro
[Thirunavukkarasu et al., 1998]. Our recent
work has demonstrated that Cbfb plays crucial
roles in Runx2-dependent skeletal develop-
ment by enhancing the DNA binding capacity
of Runx2 (submitted).

RUNX2 AND OSTEOBLAST DIFFERENTIATION

Runx2�/� mice die just after birth, due to a
failure to breath [Komori et al., 1997; Otto et al.,
1997]. These mice completely lack both endo-
chondrial and intramembranous ossification

Fig. 2. The regulation of Runx2. Runx2 transcription is regulated positively by BMPs, FGFs, and RA, and
negatively by TNF-a, 1,25(OH)2D3 (VitD3), andRunx2 itself. Both positive andnegative regulation of Runx2
by TGF-bs have been reported. Runx2 forms a heterodimer with Cbfb and interacts with many transcription
factors and cofactors during Runx2-dependent transcriptional regulation.
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due to theabsence of osteoblasts, demonstrating
that Runx2 is an essential factor for osteoblast
differentiation. Further, Runx2�/� calvarial
cells, which completely lacked the ability to
differentiate into osteoblasts, retained the
ability to differentiate into adipocytes and
chondrocytes [Kobayashi et al., 2000]. Taken
together, these findings suggest that Runx2
plays an essential role in steering multipotent
mesenchymal precursor cells toward an osteo-
blastic lineage [Komori, 2000] (Fig. 3). Further,
mesenchymal condensations in the regions of
future membranous bones were observed in
Osterix�/� mice, but not in Runx2�/� mice
[Komori et al., 1997; Nakashima et al., 2002],
suggesting that Runx2 is essential formesench-
ymal condensation, which is an early step in
skeletogenesis.

Runx2 transgenic mice under the control of
the type I collagen promoter indicate that
Runx2 promotes osteoblast differentiation at
an early stage, but inhibits osteoblast differ-
entiation at a late stage. The expression of
osteoblastic markers, including a1(I) collagen,
alkaline phosphatase,MMP13, and osteocalcin,
which are upregulated according to the osteo-
blast maturation, are decreased in the trans-
genic mice irrespective of the increase of the
number of osteoblasts [Liu et al., 2001] (Fig. 3).
In these mice, most of osteoblasts exhibit a
less mature phenotype, and the numbers of

terminally differentiated osteoblasts, which
strongly express osteocalcin, and osteocytes
were diminished greatly. This finding is sur-
prising because a large number of recent in vitro
studies suggest that Runx2 is a positive reg-
ulator that can upregulate the expression of
bone matrix genes, including type I collagen,
osteopontin, bone sialoprotein (BSP), osteocal-
cin, and fibronectin. [Ducy et al., 1997; Harada
et al., 1999; Lee et al., 2000]. Runx2-dependent
transcriptional activation has also been shown
to encompass many promoters, including a1(I)
collagen, a2(I) collagen, osteopontin, osteo-
calcin, MMP13, and osteoprotegerin (OPG)
[Harada et al., 1999; Jiménez et al., 1999;
Thirunavukkarasu et al., 2000; Kern et al.,
2001]. However, the BSP promoter is an excep-
tion, since Runx2 represses its activity [Javed
et al., 2001]. Further, the overexpression of DN-
Runx2 at a late stage of osteoblast differentia-
tion results in osteopenia, with a decreased
expression of the genes, encoding main bone
matrix proteins, including a1(I), a2(I) collagen,
osteopontin, BSP, and osteocalcin [Ducy et al.,
1999]. These findings suggest that the presence
of cofactors or other transcription factors, which
is dependent on the maturational stage of
osteoblastic cells, greatly influences Runx2-
dependent gene regulation in vivo. Therefore,
the suppressed expression of the late osteoblas-
ticmarkers in immature osteoblastsmay be due

Fig. 3. Role of Runx2 in osteoblast differentiation. Runx2 determines the osteoblast lineage from
pluripotent mesenchymal cells, enhances osteoblast differentiation at an early stage, and inhibits osteoblast
differentiation at a late stage. The expression patterns of osteoblastic markers are also shown.
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to either the interaction of Runx2 with tran-
scriptional suppressors, such as TLE or insuffi-
cient expression of transcriptional activators
that interact with Runx2. However, the con-
tribution of Runx2 to the production of bone
matrix proteins in vivo needs to be re-examined.

RUNX2 AND CHONDROCYTE
DIFFERENTIATION

In Runx2�/� mice, whose entire skeleton is
composed of cartilage, chondrocyte differentia-
tion is severely disturbed throughout most of
the skeleton, andnovascular invasion is observ-
ed [Inada et al., 1999; Kimet al., 1999]. All Runx
genesareexpressed in chondrocytes, andRunx2
expression is detected in mesenchymal conden-
sations [Inada et al., 1999; Kim et al., 1999;
Levanonetal., 2001;Stricker etal., 2002].Since,
DN-Runx2, which inhibits all Runx proteins,
inhibits the cellular condensation of a pre-
chondrogenic cell line ATDC5, Runx proteins

mayplayarole inanearly stepof chondrogenesis
[Akiyamaet al., 1999].However, Runx2�/�mice
develop a cartilaginous skeleton [Komori et al.,
1997; Otto et al., 1997], and the introduction of a
Runx2-containing retrovirus into the chick limb
bud fails to induce ectopic cartilage [Stricker
et al., 2002]. Therefore, the involvement of
Runx proteins in the formation of cartilagin-
ous anlagen should be examined (Fig. 4). In
ATDC5cells,Runx2 expression is elevatedprior
to differentiation to the hypertrophic pheno-
type, and treatmentwith antisense oligonucleo-
tides forRunx2 inhibit chondrocytematuration.
Further, retrovirally forcedexpression ofRunx2
in chick immature chondrocytes induces chon-
drocyte maturation [Enomoto et al., 2000].
These results indicate that Runx2 is an impor-
tant regulatory factor in chondrocyte matura-
tion [Komori, 2000] (Fig. 4).

These findings were confirmed by Runx2
transgenic mice under the control of the
type II collagen promoter [Takeda et al., 2001;

Fig. 4. Role of Runx2 in chondrocyte differentiation. Runx2 is
required for chondrocytematuration, andcontrols the expression
of osteopontin, BSP, and MMP13 in terminally differentiated
chondrocytes. Runx2 inhibits chondrocytes from acquiring the
phenotype of permanent cartilage. Runx1 and Runx3 also seem

to contribute to these processes. Runx proteins may be involved
in the process of mesenchymal condensation at an early step.
Sox9, which is essential for mesenchymal condensation, and
Sox5andSox6,whichare required for high levels of expressionof
cartilage matrix genes, are also shown.
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Ueta et al., 2001]. In these mice, chondrocyte
maturation and endochondrial ossification are
greatly accelerated. Further, the introduction of
the transgene into Runx2�/�mice rescues chon-
drocyte maturation in Runx2�/� mice [Takeda
et al., 2001]. In contrast, endochondrial ossifica-
tion is completely blocked, and the cartilages
are composed of immature chondrocytes in DN-
Runx2 transgenic mice, demonstrating that
Runx2 is a fundamental transcription factor
for chondrocyte maturation [Ueta et al., 2001].
Since, the inhibition of chondrocyte matura-
tion in DN-Runx2 transgenic mice is more
severe than that in Runx2�/� mice, other Runx
proteins may also be involved in chondrocyte
maturation. Furthermore, the results of these
experiments reveal another role of Runx2 in
chondrogenesis. Runx2 transgenic mice fail to
form most of their joints, and the permanent
cartilage entered into the process of endochon-
drial ossification, whereas most of the chondro-
cytes in DN-Runx2 transgenic mice retain the
phenotype of permanent cartilage [Ueta et al.,
2001]. Joint fusions are also observed in chick
limbs infected with Runx2 containing retro-
virus [Stricker et al., 2002]. These findings
demonstrate that Runx2 plays an important
role in the specification of cartilage phenotype
(Fig. 4). The mechanisms used to suppress
Runx2 expression in permanent cartilage need
to be examined, because theymay be involved in
the pathogenesis of degenerative diseases of
permanent cartilage, such as osteoarthritis.

VASCULAR INVASION OF CARTILAGE
AND OSTEOCLASTOGENESIS

Runx2�/�mice completely lack vascular inva-
sion into cartilage, irrespective of the presence
of calcified cartilage in some regions of the
skeleton, including the tibia, fibula, radius, and
ulna. These findings suggest that Runx2 is
involved invascular invasion [Inadaet al., 1999;
Kim et al., 1999]. However, the function of
Runx2 invascular invasion isunclear.Although,
vascular endothelial growth factor (VEGF) is a
candidate for the lack of vascular invasion in
Runx2�/� mice, VEGF expression in Runx2�/�

cartilage is controversial [Zelzer et al., 2001;
Himeno et al., 2002]. After vascular invasion
occurs, the hematopoietic system, including
endothelial cells, affects growth plate vascular-
ization. When Runx2�/� cartilage is transplan-
ted into the spleen of wild-type mice, vascular

invasion into the cartilageoccurs, but is severely
retarded compared with wild-type cartilage,
suggesting that Runx2-dependent gene regula-
tion in terminally differentiated chondrocytes is
important for vascular invasion [Himeno et al.,
2002]. Osteopontin, BSP, and MMP13, which
are severely reduced in Runx2�/� terminally
differentiated chondrocytes, are involved in
vascular invasion into cartilage through the
enhancement of osteoclast attachment and the
cleavage of type II collagen (Fig. 4). However,
additional Runx2-dependent gene regulation in
terminally differentiated chondrocytes is requir-
ed for efficient vascular invasion [Himeno et al.,
2002]. These Runx2 target genes that are im-
portant for proper vascular invasion remain to
be identified.

A lack of osteoclasts in Runx2�/� mice
suggests a potential role of Runx2 in osteo-
clastogenesis [Komori et al., 1997]. Receptor
activator of NF-kB ligand (RANKL)-RANK
signaling is essential for osteoclastogenesis,
and OPG, which is a decoy receptor of RANKL,
inhibits RANKL-RANK signaling. The 50 flank-
ing region of the RANKL gene has two putative
Runx binding sites, and RANKL expression is
severely decreased inRunx2�/�mice [Gao et al.,
1998; Kitazawa et al., 1999]. Although, Runx2
was able to bind to these sites, no transcrip-
tional activation is observed [O’Brien et al.,
2002]. In contrast, the 50 flanking region of OPG
has many putative Runx binding sites, and
Runx2 stimulates OPG promoter activity [Thir-
unavukkarasu et al., 2000]. However, in Runx2
transgenic mice, with Runx2 under the control
of the type I collagen promoter, both RANKL
andOPGexpression are decreased in adultmice
[Liu et al., 2001]. Further, our recent data
demonstrate that Runx2 induces RANKL
expression and inhibits OPG expression in
immature mesenchymal cells (unpublished
communications). Although, the regulation of
RANKLandOPGexpression byRunx2 seems to
be dependent on thematurational stage of osteo-
blast lineage cells, the role of Runx2 in osteo-
clastogenesis needs to be further investigated.
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