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ADAMTS-7, a metalloproteinase that belongs to ADAMTS family, is important for the degradation of cartilage
extracellular matrix proteins in arthritis. Herein we report that ADAMTS-7 is upregulated during chondrocyte
differentiation and demonstrates the temporal and spatial expression pattern during skeletal development.
ADAMTS-7 potently inhibits chondrocyte differentiation and endochondral bone formation, and this inhibition
depends on its proteolytic activity. The cysteine-rich domain of ADAMTS-7 is required for its interaction with the
extracellular matrix, and the C-terminal four-thrombospondin motifs are necessary for its full proteolytic activity
and inhibition of chondrocyte differentiation. ADAMTS-7 is an important target of canonical PTHrP signaling,
since (i) PTHrP induces ADAMTS-7, (ii) ADAMTS-7 is downregulated in PTHrP null mutant (PTHrP�/�) growth
plate chondrocytes, and (iii) blockage of ADAMTS-7 almost abolishes PTHrP-mediated inhibition of chondrocyte
hypertrophy and endochondral bone growth. ADAMTS-7 associates with granulin-epithelin precursor (GEP), an
autocrine growth factor that has been implicated in tissue regeneration, tumorigenesis, and inflammation. In
addition, ADAMTS-7 acts as a new GEP convertase and neutralizes GEP-stimulated endochondral bone formation.
Collectively, these findings demonstrate that ADAMTS-7, a direct target of PTHrP signaling, negatively regulates
endochondral bone formation by associating with and inactivating GEP chondrogenic growth factor.

The ADAMTS family consists of secreted zinc metallopro-
teinases with a precisely ordered modular organization that
includes at least one thrombospondin type I repeat (51, 53).
Important functions have been established for several mem-
bers of the ADAMTS family. ADAMTS-1, ADAMTS-4,
ADAMTS-5, ADAMTS-8, ADAMTS-9, ADAMTS-16, and
ADAMTS-18 degrade the cartilage aggrecan (1, 19, 36, 61, 84,
88), and ADAMTS-5 plays a primary role in aggrecan loss in
arthritis (36, 84). ADAMTS-2, ADAMTS-3, and ADAMTS-14
are procollagen N-propeptidases (18, 30). ADAMTS-2 muta-
tions cause dermatosparaxis, an inherited disorder character-
ized by severe skin fragility (17). ADAMTS-13 is a von Wille-
brand factor-cleaving protease, and its mutations lead to
heritable life-threatening thrombocytopenic purpura (65).
ADAMTS-12 and ADAMTS-7 share the same domain orga-

nization and structure and form a subgroup within the
ADAMTS family (13, 83). These two enzymes have been
found to associate with alpha-2-macroglobulin (13, 70, 83), and
ADAMTS-12 also degrades aggrecan (68). Studies from our
group demonstrated that ADAMTS-7 and ADAMTS-12 di-
rectly associate with and degrade COMP, a prominent noncol-
lagenous component of cartilage (66, 67). COMP is a 524-kDa,
pentameric, disulfide-bonded, multidomain glycoprotein com-
posed of approximately equal subunits (�110 kDa each) (43,
75). Although the function of COMP is not completely under-
stood, it appears to mediate chondrocyte attachment by an
integrin receptor (15, 29), and accumulating evidence suggests
that COMP may function to stabilize the extracellular matrix
(ECM) of articular cartilage by specific cation-dependent in-
teractions with matrix components, including collagen type II
(Col II) and Col IX, aggrecan, and fibronectin (14, 26, 72, 80).
In addition, mutations in the human COMP gene have been
linked to the development of pseudoachondroplasia and mul-
tiple epiphyseal dysplasia (10–12, 16, 41, 42, 86), autosomal-
dominant forms of short-limb dwarfism (32, 76). COMP was
also found to associate with granulin-epithelin precursor
(GEP), a novel chondrogenic growth factor, and it affects GEP
activity in chondrocytes (95).

GEP, also known as PC-cell-derived growth factor, acrogra-
nin, or GP80, was first purified as a growth factor from condi-
tioned tissue culture medium (94, 98). GEP is a 593-amino acid
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(aa)-secreted glycoprotein with an apparent molecular mass of
80 kDa (3, 79), which acts as an autocrine growth factor. GEP
contains seven and a half repeats of a cysteine-rich motif
(CX5–6CX5CCX8CCX6CCXDX2HCCPX4CX5–6C) in the or-
der P-G-F-B-A-C-D-E, where A to G are full repeats and P is
the half-motif. Notably, GEP undergoes proteolytic processing
with the liberation of small, �6-kDa repeat units known as
granulins (or epithelins), which retain biological activity (23);
peptides are active in cell growth assays (96) and may be
related to inflammation (69).

GEP is abundantly expressed in rapidly cycling epithelial
cells, in cells of the immune system, in neurons (3, 6, 22, 69),
and in several human cancers (9, 23, 38–40, 54, 92, 97). In-
creasing evidence has implicated GEP in the regulation of
differentiation, development, and pathological processes. It
has been isolated as a differentially expressed gene from
mesothelial differentiation (85), sexual differentiation of the
brain (87), macrophage development (8), and synovium in
rheumatoid arthritis and osteoarthritis (55). GEP was also
shown to be a crucial mediator of wound response and tissue
repair (40, 99). GEP has potent antiinflammatory activity, and
proteinase 3 and neutrophil elastase enhance inflammation in
mice by inactivating the antiinflammatory activity of GEP (59).
In addition, mutations in GEP cause tau-negative frontotem-
poral dementia linked to chromosome 17 (7, 21, 34, 81).

In addition to their cartilage-degrading role in arthritis, sev-
eral metalloproteinases have been shown to play important
functions in regulating chondrogenesis (50, 52, 74). Well-
orchestrated chondrogenesis is controlled exquisitely by cellu-
lar interactions with the growth factors and surrounding matrix
proteins, including metalloproteinases, that mediate cellular
signaling pathways and transcription of specific genes in a
temporal-spatial manner (20, 33, 37). In this study, we report
that ADAMTS-7 is a direct target of parathyroid hormone-
related peptide (PTHrP) and negatively mediates chondrocyte
differentiation and endochondral bone growth through inter-
action with GEP chondroinductive growth factor.

MATERIALS AND METHODS

Plasmid constructs. Construction of human ADAMTS-7 and its series of C-
terminal domain deletion mutants: full-length human pOTB7-ADAMTS-7 was pur-
chased from Invitrogen. Full-length ADAMTS-7 and its domain deletion mutants
were created using the PCR method. PCR analysis was performed with pOTB7-
ADAMTS-7 as a template and amplified by PfuTurbo DNA polymerase (Promega)
using two primers: the forward primer ADAMTS-7 FW (5�-ATGCAAAGCTTGG
TTCCTGCCATGCCCGGCGGCCCCAGTCCCCG), containing a HindIII restric-
tion site (underlined); and the reverse primer ADAMTS-7 RV (5�-ATGCAGAAT
TCGCGGCGGGCAACCCGCTGAT-3�), ADAMTS-7-M1 RV (5�-ATGCAGAA
TTCGCCGGCGTTCCTGACAACCA-3�), ADAMTS-7-M2 RV (5�-ATGCAGA
ATTCCCGACAGAGTGGCAGAGAGC-3�), ADAMTS-7-M3 RV (5�-ATGCAG
AATTCGGAGAACACGGGCGGCGGGA-3�), ADAMTS-7-M4 RV (5�-ATGC
AGAATTCGGTGGAGCCGTTGCCGTGGC-3�), ADAMTS-7-M5 RV (5�-ATG
CAGAATTCGCCACCATCCACGGCCTCG-3�), or ADAMTS-7-M6 RV (5�-AT
GCAGAATTCGGGGAAGTCGATAATGTCCT-3�), containing an EcoRI
restriction enzyme site (underlined). The PCR was carried out for 35 cycles of
denaturation (60 s at 94°C), annealing (60 s at 60°C), and extension (7 min at 72°C).
The PCR products were ligated into the pcDNA3.1/myc-HisA vector, using the
HindIII and EcoRI restriction enzyme sites. A diagram of the ADAMTS-7 con-
structs (TS7–TS7-M6) created is shown in Fig. 5.

Yeast expression constructs encoding various deletion mutants of ADAMTS-7
or GEP. Yeast expression vectors pDBleu and pPC86 were obtained from Life
Technologies (Gaithersburg, MD). The segment encoding series deletion mu-
tants of ADAMTS-7 was cloned into pPC86 vector and reported previously (66).
cDNA inserts encoding an individual granulin unit or a partial unit of human

GEP (see Fig. S2 in the supplemental material) were cloned in frame into the
SalI/NotI sites of pDBleu vector to generate the plasmids indicated above.

All constructs were verified by nucleic acid sequencing; subsequent analysis
was performed using CuraTools (Curagen, New Haven, CT) and BLAST soft-
ware (http://www.ncbi.nlm.nih.gov/BLAST/).

Site-directed point mutagenesis. The H388L and H392G mutations in the
metalloproteinase domain of ADAMTS-7 were carried out using by the
QuikChange XL site-directed mutagenesis kit (Stratagene). An oligonucleotide
containing three mutations (5�-GGCCTTCACTGTAGCCCATCGAGCTCGG
GGGCAGTTTTGGC; with underlined T, G, and G indicating changes A to T,
C to G, and A to G in the original sequence, respectively) and a second oligo-
nucleotide (5�-GCCAAAACTGCCCCCGAGCTCGAGGGCTACAGTGAAG
GCC) were used to PCR amplify a mutant under the following conditions: 95°C
for 2 min (1 cycle) and 95°C for 1 min, 60°C for 50 s, and 68°C for 20 min (18
cycles). The presence of the mutations in the plasmid (ADAMTS-7-PM) was
confirmed by nucleotide sequencing.

Transfection of the cells. HEK 293-EBNA, COS7, C3H10T1/2, ATDC5, and
rat chondrosarcoma cells (RCS) were seeded at 5 � 106 cells/well in a six-well
plate in medium containing 10% fetal calf serum (Gibco). The cells were grown
overnight and transfected the following day with 6 �g of DNA using Lipo-
fectamine 2000 (Invitrogen) according to the manufacturer’s protocol. The stable
lines were selected with 1 mg/ml of G418 (Sigma) and maintained with 200 �g/ml
of G418. To obtain the conditioned medium from various stable lines, the cells
were washed once with serum-free Dulbecco’s modified Eagle’s medium
(DMEM) to remove any remaining serum, and 1 ml of serum-free DMEM with
or without 100 �g/ml heparin was added to each culture and incubated for an
additional 48 h.

RNA preparation and real-time PCR. Total RNA was extracted from micro-
mass cultures of control cells, the ADAMTS-7 stable line cells, or C3H10T1/2
cells treated with 300 ng/ml of recombinant bone morphogenetic protein 2
(BMP-2) for various time points in the absence or presence of the conditioned
medium of ADAMTS-7 and its series of mutants using RNeasy kit (Qiagen).
One microgram of total RNA per sample was reverse transcribed using the
ImProm-II reverse transcription system (Promega). The following sequence-
specific primers were synthesized: 5�-TGGTGGAGCAGCAAGAGCAA-3� and
5�-CAGTGGACAGTAGACGGAGGAAA-3� for mouse Col II, 5�-CTGCTGC
TAATGTTCTTGAC-3� and 5�-ACTGGAATCCCT TTACTCTTT-3� for
mouse Col X, 5�-TGATGACACTGCCACCTGTG-3� and 5�-ACTCTGGCTTT
GGGAAGAGC-3� for mouse core-binding factor �1 (Cbfa1), 5�-CGCTCGCA
ATACGACTACGC-3� and 5�-TAGAGCCCTGAGCCCTGTCC-3� for mouse
Sox9, 5�-CAGTGGAGTGTCCTGGTATT-3� and 5�-GATCTCCGCGATCAG
ATGGT-3� for mouse PTHrP, 5�-GCTCGTGCCTCTTGCCTACA-3� and 5�-C
GTGTTCTCCTCGTCCTTGA-3� for mouse Indian hedgehog (IHH), 5�-GTG
AGCCATGATTCGCCTCGG-3� and 5�-CACCAGGTTCACCAGGATTGC
C-3� for human Col II, and 5�-CCCTTTTTGCTGCTAGTATCC-3� and 5�-CT
GTTGTCCAGGTTTTCCTGGCAC-3� for human Col X. The following pair of
oligonucleotides was used as internal controls: 5�-AGGTCGGTGTGAACGGA
TTTG-3� and 5�-TGTAGACCATGTAGTTGAGGTCA-3� for mouse GAPDH;
5�-ATGACATCAAGAAGGTGGTG-3� and 5�-CATACCAGGAAATGAGCT
TG-3� for human GAPDH. Reactions were performed in a 50-�l Sybr green
PCR volume in a 96-well optical reaction plate formatted in the 7300 sequence
detection system (Applied Biosystems) under the following PCR conditions: 40
cycles at 95°C for 15 s and at 60°C for 1 min. The transcript of GAPDH mRNA
was employed as an internal control for RNA quality. For each gene, three
independent PCRs from the same reverse transcription sample were performed.
The presence of a single specific PCR product was verified by using melting curve
analysis, confirmed on an agarose gel, and further sequenced by the Applied
Biosystems sequencing system (Applied Biosystems).

To examine whether PTHrP induces the expression of ADAMTS-7,
C3H10T1/2, and ATDC5 cells were treated with or without 10�7 M of PTHrP for
various time points, and the level of ADAMTS-7 was analyzed by real-time PCR
with specific primers (5�-AGTCTCCTCCTGATCCTGTG-3� and 5�-TGGTAG
AAAGCAGACGAAGC-3�).

Western blotting. Total cell extracts, conditioned medium, or in vitro-digested
products were subjected to sodium dodecyl sulfate-polyacrylamide gel electro-
phoresis (SDS-PAGE) and examined by Western blotting with mouse monoclo-
nal anti-c-Myc antibodies (Santa Cruz Biotechnology), rabbit polyclonal anti-
COMP antibodies (25, 27, 28, 66), rabbit polyclonal anti-ADAMTS-7 antibodies
(66), or goat polyclonal anti-GEP antibodies (Santa Cruz Biotechnology) and
then followed by anti-mouse immunoglobulin G (IgG)-conjugated horseradish
peroxidase, anti-rabbit IgG-conjugated horseradish peroxidase, or anti-goat IgG-
conjugated horseradish peroxidase at a 1:1,000 dilution. The signals were de-
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tected using the enhanced chemiluminescence system (GE Healthcare Life Sci-
ences).

In order to examine ADAMTS-7 expression in the course of chondrogenesis,
micromass cultures of C3H10T1/2 cells treated with 300 ng/ml recombinant
BMP-2 for various time points were detected by rabbit polyclonal anti-
ADAMTS-7 antibodies or antitubulin antibodies (internal control) (Santa Cruz
Biotechnology), and the signal was visualized as described above.

Immunohistochemistry. For histological examination, tissue samples from the
embryos were immediately fixed in 4% paraformaldehyde-phosphate-buffered
saline after dissection, dehydrated with gradually increasing concentrations of
ethanol, and embedded in paraffin. Tissue samples from adult mice were decal-
cified in 2% EDTA for 2 weeks after fixation and before being embedded in
paraffin. Five-micrometer-thick, formalin-fixed paraffin sections of different time
point embryos during cartilage development or 18.5-day-old PTHrP null mutant
(PTHrP�/�) and wild-type (PTHrP�/�) embryonic murine limbs were immuno-
stained for ADAMTS-7. The sections were pretreated with chondroitinase
(Sigma) for 30 min at 37°C and then followed by protein blocking (Dako serum-
free protein block) for 10 min at room temperature to reduce nonspecific stain-
ing. Affinity-purified polyclonal anti-ADAMTS-7 (66) was diluted at 1:200 and
incubated overnight at 4°C. For detection, anti-rabbit link and streptavidin label
from the Super Sensitive alkaline phosphatase (BioGenex) was used. A total of
0.5 mg/ml 3,3�-diaminobenzidine (DAB) in 50 mM Tris-Cl substrate (Sigma) was
used for visualization, and sections were then counterstained with methyl green.

Immunocytostaining of ADAMTS-7 and its domain deletion mutants. The
RCS cells were transiently transfected with the pcDNA3.1 expression vector
containing cDNA encoding ADAMTS-7 or its mutants and then cultured. To
localize each recombinant ADAMTS-7 protein, the cells were washed, fixed with
100% methanol in the freezer compartment for 5 min, washed twice in 4°C
phosphate-buffered saline for 5 min, and then incubated with 30% goat serum in
phosphate-buffered saline for 30 min; the cells were incubated with primary
antibodies (i.e., mouse monoclonal anti-c-Myc antibodies and rabbit polyclonal
anti-COMP antibodies) at room temperature for 1 h. After being washed with
phosphate-buffered saline, the coverslips were incubated with secondary anti-
bodies (i.e., goat anti-mouse IgG conjugated with rhodamine; Santa Cruz Bio-
technology; diluted 1:100) and goat anti-rabbit IgG conjugated with fluorescein
isothiocyanate (Santa Cruz Biotechnology; diluted 1:100) for 1 h. The specimens
were observed under a fluorescence microscope with appropriate optical filters.
Microscopic images were captured by using the Image-Pro program (Media
Cybernetics) and an Olympus microscope. Images were arranged using Adobe
Photoshop.

For visualizing the levels of ADAMTS-7 in the control and ADAMTS-7 stable
lines derived form C3H10T1/2 cells, the cultures were processed as described
above except that affinity-purified anti-ADAMTS-7 antibodies were used to
replace anti-c-Myc antibodies. To reveal the induction of ADAMTS-7 by PTHrP,
C3H10T1/2 cells were treated with 10�7 M of PTHrP for 3 days and the expres-
sion of ADAMTS-7 was visualized with affinity-purified anti-ADAMTS-7 anti-
bodies.

Alcian blue staining. To assess the extent of chondrogenesis, micromass cul-
tures of C3H10T1/2 cells maintained in DMEM medium containing 10% fetal
calf serum incubated with 300 ng/ml recombinant BMP-2 in the presence of
various combinations of conditioned medium as described above for 14 days
were fixed in Kahle’s fixative, washed with water, and stained overnight with 1%
alcian blue 8GX (Sigma) (31).

Culture of fetal mouse bone explants. Fetal mouse metatarsals were dissected
from fetal FVB/N mice (15-day-old embryos) and cultured in DMEM (Gibco)
containing 1% heat-inactivated fetal calf serum (Invitrogen) and 100 U penicil-
lin-streptomycin per milliliter in the absence or presence of various of stimuli, as
indicated in Fig. 4, 8, and 10, for 5 days in sextuple. PTHrP (10�7 M) was used
as a positive control because it was known to strongly inhibit mineralization in
this system (24). For alizarin red and alcian blue staining (staining for bone and
cartilage), the explants were placed in 4% paraformaldehyde in phosphate-
buffered saline for overnight fixation. Subsequently, explants were placed in
staining solution (0.05% alizarin red, 0.015% alcian blue, 5% acetic acid in 70%
ethanol) for 45 to 60 min. Digital images of stained bones will be analyzed. For
safranin O–fast green staining, explants were fixed in 96% alcohol and processed
for paraffin embedding. Sections were stained with 0.1% safranin O (orange
stain) to evaluate cartilage matrices and with 0.03% fast green to evaluate
morphological features as previously described (89).

Assay of protein-protein interactions using the yeast two-hybrid system. Three
independent colonies were analyzed for interaction in yeast of two proteins, one
of which was fused to the Gal4 DNA binding domain and the other to the VP16
transactivation domain. The procedures of Vojtek et al. (90) and Hollenberg et

al. (44) were followed for (i) growing and transforming the yeast strain MAV203
with the selected plasmids and (ii) testing �-galactosidase activity.

Coimmunoprecipitation (Co-IP). Primary human chondrocytes were extracted
with immunoprecipitation buffer (50 mM Tris-HCl, pH 7.4, containing the pro-
teinase inhibitors 1 mM phenylmethylsulfonyl fluoride, 2 mM N-ethylmaleimide,
and 0.025 mg/ml leupeptin). Approximately 500 �g of cell extract was incubated
with anti-GEP (25 �g/ml), anti-ADAMTS-7 (25 �g/ml), or control rabbit IgG (25
�g/ml) antibodies for 1 h, followed by incubation with 30 �l of protein A-agarose
(Invitrogen) at 4°C overnight. After washing five times with immunoprecipitation
buffer, bound proteins were released by boiling in 20 �l of 2� SDS loading buffer
for 3 min. Released proteins were examined by Western blotting with anti-GEP
antibodies, and the signal was detected by using the enhanced chemilumines-
cence system (Amersham Biosciences).

Assay for the dependence of PTHrP activity on ADAMTS-7. Two regions of
mouse ADAMTS-7 were targeted for small interfering RNA (siRNA) using
mammalian expression pSuper vector (OligoEngine) according to the manufac-
turer’s instructions. To generate each siRNA, equimolar amounts of comple-
mentary sense and antisense strands were mixed and annealed slowly by cooling
to 10°C in a 50-�l reaction buffer (100 mM NaCl and 50 mM HEPES, pH 7.4).
The annealed oligonucleotides were inserted into the BglII/HindIII sites of
pSuper vector. The resulting plasmids and control vector pSuper were trans-
fected into C3H10T1/2 cells using Lipofectamine 2000 reagent (Invitrogen), and
the level of ADAMTS-7 was monitored using real-time PCR and immunofluo-
rescence cell staining. The data demonstrated that the siRNAs 5�-CGAGGAG
AAGGACTTAAAG-3� and 5�-CAGGAGAATGAGAAGGACT-3� were able
to efficiently reduce the expression of mouse ADAMTS-7. Micromass cultures of
C3H10T1/2 cells transfected with either pSuper (control [CTR]), pSuper-siTS7
[siTS7(1), siTS7(2)], pcDNA3.1-ADAMTS-7 (TS7), or various combinations as
indicated above were pretreated with 300 ng/ml of BMP-2 for 7 days and then
cultured with or without PTHrP (10�7 M), and the level of Col X was determined
by real-time PCR as described above. In the case of the antibody blocking assay,
C3H10T1/2 and ATDC5 cells pretreated with 300 ng/ml of BMP-2 for 5 days
were cultured in the absence or presence of 10�7 M of PTHrP without or with
1 �g/ml of anti-ADAMTS-7 antibody for various time points, and Col X was
measured as described above.

Statistical test. One-way analysis of variance was performed using R software
to determine the significant differences (F 	 3.35; alpha 
 0.05) of the activity
among different doses. In addition, Tukey’s test was also used in conjunction with
an analysis of variance to find significant differences (P 
 0.05; P 
 0.01) of the
levels of genes of interest.

RESULTS

Differential expression of ADAMTS-7 in chondrogenesis of
a micromass culture of C3H10T1/2 cells. Given that several
metalloproteinases play important roles in chondrogenesis and
cartilage development (50, 52, 74) and that ADAMTS-7 is
highly expressed in the musculoskeletal tissues, including car-
tilage and bone (66), we examined whether ADAMTS-7 is
involved in chondrogenesis by testing its expression profiling
during this process. The mouse embryonic mesenchymal stem
cell (MSC) line C3H10T1/2 is a pluripotent cell line. It differ-
entiates specifically to the cartilage lineage at high yields when
inoculated under high-cell-density micromass cultures as well
as when exposed to chondroinductive factors such as BMP-2
(5). Therefore, C3H10T1/2 cells have the potential to become
chondrocytes, making them a valuable in vitro correlate for
studying the mechanisms of chondrogenesis. To obtain
ADAMTS-7 expression profiles during chondrocyte differen-
tiation, micromass cultures of C3H10T1/2 progenitor cells
were incubated in the presence of 300 ng/ml of recombinant
BMP-2 for induction of chondrocyte differentiation. Cells were
harvested at various time points and then followed by real-time
PCR for measures of ADAMTS-7 and Col X (a specific
marker for hypertrophic chondrocytes). As shown in Fig. 1A,
the level of ADAMTS-7 mRNA was relatively low until day 5;
at day 7 it tripled and thereafter remained at high levels during
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the stage representing terminal differentiation marked by the
increase in Col X expression. We next examined the level of
ADAMT-7 protein. Cells were harvested at various time
points, followed by Western blotting (Fig. 1B). ADAMTS-7
protein was markedly elevated at day 5 and thereafter re-
mained at high levels.

ADAMTS-7 is expressed in the growth plate chondrocytes in
vivo. To characterize the temporal and spatial expression pat-
tern of ADAMTS-7 protein during skeletal development, we
performed immunohistochemistry assays at multiple time
points, including the following critical developmental stages:
embryonic day 11.5 (E11.5) (onset of chondrogenesis that be-
gins with the proliferation and subsequent condensation of
mesenchymal cells), E13.5 (right after cartilage formation but
before endochondral bone formation), and E17.5 (onset of
skeletal growth), as well as postnatal developmental stages
(newborn and 21-day-old mice). As revealed in Fig. 1C,
ADAMTS-7 expression seems to stain in the proliferating mes-
enchymal cells at E11.5 (Fig. 1C, panel a) and is clearly de-

tectable in the center of the condensation and around it at
E13.5 (Fig. 1C, panel b). ADAMTS-7 demonstrates prominent
expression in the proliferating and prehypertrophic chondro-
cytes at E15.5 (Fig. 1C, panel c) when typical growth plates are
formed; a similar expression pattern in growth plates is ob-
served in mice at E17.5 (Fig. 1C, panel d) and in newborn mice
(Fig. 1C, panel e). In the case of the 21-day-old mice,
ADAMTS-7 is expressed throughout the growth plate chon-
drocytes (Fig. 1C, panel f). This information suggests that the
expression profile of ADAMTS-7 is closely linked to the entire
chondrogenesis.

ADAMTS-7 is a potent negative regulator of chondrocyte
differentiation. We next sought to determine the role of
ADAMTS-7 in chondrogenesis. We generated a control and
an ADAMTS-7 stable line based on C3H10T1/2 cells; overex-
pression of ADAMTS-7 in its stable line is shown in Fig. 2A.
Micromass cultures of both pcDNA3.1 vector (CTR) and
ADAMTS-7 (TS7) stable cell lines were stimulated with 300
ng/ml BMP-2 protein for different time points, and real-time

FIG. 1. Expression of ADAMTS-7 in the course of chondrogenesis in vitro and in the growth plate chondrocytes in vivo. (A) Expression of
ADAMTS-7 and collagen X was examined in the course of chondrogenesis of a micromass culture of C3H10T1/2 cells. Micromass cultures of
C3H10T1/2 cells were stimulated with BMP-2 protein for various time points as indicated, and the mRNA levels of ADAMTS-7 (TS7) and Col
X were assayed using real-time PCR. Rel.level, relative level. (B) Differential expression of ADAMTS-7 protein during chondrogenesis of a
micromass culture of C3H10T1/2 cells. C3H10T1/2 cells were cultured as described for panel A, and the levels of ADAMTS-7 (TS-7) and tubulin
(serving as an internal control) were detected by using immunoblotting. (C) Temporal and spatial expression of ADAMTS-7 during chondrogenesis
in vivo, assayed by immunohistochemistry. The sections of long bone from various embryonic and postnatal developmental stages of mice, as
indicated, were stained with anti-ADAMTS7 antiserum (brown) and counterstained with methyl green (green). Immunostaining revealed positive
cytoplasmic staining in chondrocytes (insets). Bar � 100 �m.
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PCRs were performed using specific primers to mouse Col II,
Col X, Sox9, Cbfa1 (also defined as Runx2), PTHrP, and IHH.
The data in Fig. 2B to G show that ADAMTS-7 was a potent
inhibitor of chondrocyte differentiation, since it suppressed the
expression of marker genes for chondrogenesis, including Col
II, Col X, Sox9, Cbfa1, and IHH, whereas it enhances the
expression of PTHrP. Especially, Col X and Cbfa1 were com-
pletely inhibited by the ectopic expression of ADAMTS-7,
indicating that ADAMTS-7 is a critical mediator for chondro-
cyte hypertrophy. Furthermore, this potent inhibition on the
hypertrophic chondrocyte differentiation was verified using
ADAMTS-7-conditioned medium (collected from HEK 293-
EBNA cells stably transfected with an ADAMTS-7 expression
plasmid) (Fig. 2H). Briefly, C3H10T1/2 cells were micromass
cultured in the presence of either control or ADAMTS-7-
conditioned medium supplemented with BMP-2 for 7 days.
Compared to that of the control group (the value of each gene
in this group was set as 1), the expressions of Col X, matrix
metalloproteinase 13 (MMP-13), Cbfa1, and IHH, markers for
hypertrophic chondrocytes, were dramatically reduced.

Mutations of conserved histidines in the consensus se-
quence of ADAMTS-7 catalytic domain inactivate ADAMTS-7
cleavage of COMP. Similar to other members of the ADAMTS
family (53), the catalytic domain of ADAMTS-7 also includes
the consensus sequence HEXXHXXGXXHD (at positions
388 to 399) that is involved in the coordination of the catalytic
zinc atom at the active site of the metalloproteinase. Substitu-
tion of histidines in the consensus sequence of ADAMTS-12, a
close homolog of ADAMTS-7, abolished the enzymatic activity
(13). To examine whether this is also true for ADAMTS-7, we
next prepared an expression vector containing two point mu-

tations in the cDNA for this protein (pcDNA3-ADAMTS7-
MUT). These mutations would lead to the production of a
protein with changes in two His residues essential for the
catalytic activity of metalloproteinases. As shown in Fig. 3A,
the amount of ADAMTS-7 point mutant (TS7-PM) this con-
struct expressed was comparable to that of the construct en-
coding wild-type ADAMTS-7 (TS7) in transfected HEK 293-
EBNA cells (Fig. 3B). However, this point mutant of
ADAMTS-7 did not produce any COMP-degrading activity
(Fig. 3C), demonstrating that the consensus sequence HEXX
HXXGXXHD in the catalytic domain is essential for
ADAMTS-7-mediated COMP digestion.

Enzymatic activity of ADAMTS-7 is required for ADAMTS-
7-mediated inhibition of chondrocyte differentiation and en-
dochondral bone growth. We next sought to determine
whether the enzymatic activity of ADAMTS-7 is involved in
ADAMTS-7-mediated chondrogenesis; stable lines overex-
pressing wild-type ADAMTS-7 and its point mutant derived
from C3H10T1/2 cells were generated. Micromass cultures of
control (CTR), wild-type ADAMTS-7 (TS7), and point mutant
(TS7-PM) stable lines were stimulated with 300 ng/ml BMP-2
protein for different time points, and real-time PCRs were
performed using specific primers to mouse Col II, Col X,
Cbfa1, PTHrP, and IHH. As shown in Fig. 3D, panels a to f,
ADAMTS-7 potently inhibited expressions of Col II, Col X,
Cbfa1, and IHH whereas it increased the expression of PTHrP;
however, its point mutant totally lost these regulatory activi-
ties, clearly indicating that ADAMTS-7-mediated chondrogen-
esis depends on its enzymatic activity. These observations were
also repeated with the aggregate culture system of human
MSCs (Fig. 3E, panels a and b). Human MSC pellets were

FIG. 2. ADAMTS-7 is a negative regulator of chondrocyte differentiation. (A) Overexpression of ADAMTS-7 in the ADAMTS-7 stable line.
Both control (CTR) (top) and ADAMTS-7 (TS7) (bottom) cell lines based on C3H10T1/2 cells were stained with anti-ADAMTS-7 antibodies. The
nuclei were stained with 4�,6-diamidino-2-phenylindole (DAPI). (B to G) Overexpression of ADAMTS-7 regulates the expression of genes critical
for chondrogenesis. Micromass cultures of both control and ADAMTS-7 stable lines were stimulated with BMP-2 protein for various time points
as indicated, and the levels of mRNAs were determined using real-time PCR. (H) Effect of ADAMTS-7-conditioned medium on the expression
of molecules controlling chondrocyte maturation. Micromass cultures of C3H10T1/2 cells were cultured in the presence of either control or
ADAMTS-7-conditioned medium for 7 days. The units are arbitrary, and the normalized values were calibrated against controls, here given the
value of 1. Rel.level, relative level.
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FIG. 3. The proteolytic activity of ADAMTS-7 is required for its regulation of chondrogenesis. (A) Schematic structure of the ADAMTS-7 and
its point mutant. HELGH in the catalytic domain was substituted by LELGG, as indicated. (B) Western blot analysis of ADAMTS-7 and its point
mutant. The HEK 293-EBNA cells were transfected with either control (CTR) (lane 1) or expression constructs encoding wild-type ADAMTS-7
(TS7) (lane 3) or ADAMTS-7 with mutant catalytic domain (TS7-PM) (lane 2). The conditioned medium was subjected to reduced 8% SDS-PAGE
and detected with polyclonal anti-ADAMTS-7 antibodies. (C) In vitro digestion assay of COMP by ADAMTS-7 and its point mutant. COMP was
incubated with the conditioned medium collected from HEK 293-EBNA cells stably transfected by pcDNA3.1 vector (CTR) (lane 1) or expression
constructs encoding wild-type ADAMTS-7 (TS7) (lane 3) or an ADAMTS-7 point mutant (TS7-PM) (lane 2), as indicated. The cleaved products
were subjected to reduced 8% SDS-PAGE and detected with polyclonal anti-COMP antibodies. The intact COMP and its digested fragments are
indicated with an arrow and arrowhead, respectively. (D) ADAMTS-7 inhibits chondrocyte differentiation, whereas the point mutant of
ADAMTS-7 lacking enzymatic activity loses this inhibition. Micromass cultures of C3H10T1/2 cells stably transfected with a control (CTR),
ADAMTS-7 (TS7), and its point mutant (TS7-PM) expression plasmid were incubated with 300 ng/ml of BMP-2, and the mRNA levels of Col II

4206 BAI ET AL. MOL. CELL. BIOL.



incubated with BMP-2 for 14 days in the presence of the
conditioned medium obtained from control (CTR),
ADAMTS-7 (TS7), or its point mutant (TS7-PM) stably trans-
fected HEK 293-EBNA cell lines, and Col II (Fig. 3E, panel a)
and Col X (Fig. 3E, panel b) expression was analyzed by
real-time PCR. ADAMTS-7 also potently inhibited expres-
sions of Col II and Col X during in vitro chondrogenesis of
human MSC pellet cultures, whereas its point mutant failed to

do so. In addition, these findings were further verified using
whole-mount alcian blue staining, which was performed on the
micromass culture of pcDNA3.1 (CTR), ADAMTS-7 point
mutant (TS7-PM), and wild-type ADAMTS-7 (TS7) stable
lines based on C3H10T1/2 cells treated with BMP-2 protein for
14 days (Fig. 3F).

The effect of ADAMTS-7 on endochondral bone formation
as well as the dependence on its proteolytic activity were then

(a), Sox9 (b), Col X (c), Cbfa1 (d), PTHrP (e), and IHH (f) were determined by using real-time PCR. The units are arbitrary, and the normalized
values were calibrated against the control (CTR), here given the value of 1. Asterisks indicate a significant increase or decrease compared to the
control (P 
 0.05). (E) Effect of ADAMTS-7 and its point mutant on chondrocyte differentiation using human MSCs. Human MSCs pellets were
incubated with BMP-2 for 14 days in the presence of the conditioned medium obtained from either control (CTR), ADAMTS-7 (TS7), or its point
mutant (TS7-PM) stably transfected HEK 293-EBNA cell lines, and Col II (a) and Col X (b) expression was analyzed by real-time PCR. (F)
Whole-mount alcian blue histochemistry. Staining was performed on the micromass culture of pcDNA3.1 (CTR), ADAMTS-7 point mutant
(TS7-PM), and wild-type ADAMTS-7 (TS7) stable lines based on C3H10T1/2 cells treated with BMP-2 protein for 14 days. Rel.level, relative level.

FIG. 4. ADAMTS-7-mediated chondrocyte hypertrophy, mineralization, and bone length depends on its enzymatic activity. (A and B) Safranin
O-fast green staining of metatarsals. Metatarsals were explanted from 15-day-old mouse embryos and cultured in the presence of conditioned
medium of control (CTR), ADAMTS-7 (TS7), or its point mutant (TS7-PM). After 5 days of culture, the explants were fixed and safranin O-fast
green staining was observed in low-power (A) or high-power (B) microphotography. (C) Alizarin red S and alcian blue staining of metatarsals. The
explants were fixed and processed for alizarin red S and alcian blue staining, and a representative photograph of an explanted metatarsal after 5
days of culture is presented. (D) Percent increase in total and mineralization length of metatarsal bones. Metatarsals were cultured as described
above, total length or mineralization length was determined, and the percent increase was calculated (percent increase � [length at day 5 � length
at day 0]/length at day 0). Asterisks indicate a significant difference from the control (P 
 0.05).
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FIG. 5. Effects of ADAMTS-7 functional domains on its cell surface location and enzymatic activity. (A) Schematic structure of the
ADAMTS-7 and its C-terminal deletion mutants. Numbers refer to amino acid residues in ADAMTS-7. The functional domains are indicated.
(B) Western blotting analysis of ADAMTS-7 and its C-terminal deletion mutants. The conditioned medium collected from HEK 293-ENBA cells
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studied in an ex vivo model of bone formation using cultures of
15-day-old fetal mouse metatarsals. The metatarsals were cul-
tured for 5 days in the presence of the conditioned medium
obtained from control (CTR), ADAMTS-7 (TS7), or its point
mutant (TS7-PM) stably transfected HEK 293-EBNA cell
lines. At the time of explantation, these explants consisted of
undifferentiated cartilage. In a 5-day culture period, these ex-
plants underwent all sequential stages of endochondral bone
formation. As shown in Fig. 4, ADAMTS-7 strongly inhibited
chondrocyte hypertrophy, mineralization, and bone length
whereas its point mutant lacking proteolytic activity totally lost
these regulatory activities.

Effects of ADAMTS-7 noncatalytic ancillary domains on its
biochemical activities and regulation of chondrocyte differen-
tiation. ADAMTS-7 contains a zinc catalytic domain followed
by noncatalytic ancillary domains, including a disintegrin do-
main, a thrombospondin domain, a cysteine-rich domain
(CRD), a spacer 1 domain, three-thrombospondin motifs, a
spacer 2 domain, and C-terminal four-thrombospondin motifs
(Fig. 5A). As noncatalytic ancillary domains have been shown
to play important roles in regulating the subcellular localiza-
tions and enzymatic activities of ADAMTS (35, 58), we thus
generated various C-terminal domain deletion mutants of
ADAMTS-7 in order to dissect their effects on ADAMTS
biochemical activities. Constructs encoding either c-Myc-
tagged full-length ADAMTS-7 or its C-terminal domain-de-
leted mutants were transfected into HEK 293-EBNA cells, and
the expressions of ADAMTS-7 and its mutants were examined
by Western blotting analysis with anti-c-Myc antibody (Fig.
5B). The molecular masses of the recombinant enzymes esti-
mated by SDS-PAGE were slightly higher than those predicted
from their amino acid composition, probably due to the glyco-
sylation of the protein that contains 10 potential N glycosyla-
tion sites and 32 potential O glycosylation sites (83). Note that
some deletion mutants exhibit the smaller fragments in
addition to the predicted protein bands, including mutants
TS7-M2, TS7-M3, and TS7-5, which likely resulted from the
intracellular processing or degradation of the protein.

Immunolocalization of ADAMTS-7 (TS7) in RCS chondro-
cytes with the anti-c-Myc monoclonal antibody indicated that
full-length ADAMTS-7 was associated with the cell surface
and ECM and colocalized with its binding partner COMP (Fig.
5C). Removal of C-terminal four-thrombospondin motifs
(TS7-M1) that are known to bind COMP (66), further removal
of a spacer 2 domain (TS7-M2), further deletion of three-
thrombospondin motifs (TS7-M3), and further deletion of a
spacer 1 domain (TS7-M4), did not change the cell surface

localization of the protein; however, further deletion of the
CRD (TS7-M5) released the enzyme from the cell surface into
the medium. These data indicated that the CRD of
ADAMTS-7 is required for its binding to ECM and cell surface
appearance.

In order to define the effects of functional domains of
ADAMTS-7 on its enzymatic activities, the conditioned me-
dium obtained from HEK 293 cells stably transfected with
ADAMTS-7 and its series of C-terminal deletion mutants,
which contains comparable amounts of proteins (Fig. 5B), was
incubated with recombinant COMP (Fig. 5D). In accordance
with previous report showing the cleavage of COMP by
ADAMTS-7 (66), full-length ADAMTS-7 (TS7) efficiently di-
gested COMP, with the release of an approximately 100-kDa
fragment; deletion of C-terminal four-thrombospondin motifs
(TS7-M1) required for binding COMP substrate (66) dramat-
ically reduced enzymatic activity. Surprisingly, further removal
of a spacer 2 domain (TS7-M2) actually enhanced the COMP
degradation, indicating that this domain is likely an inhibitory
domain for its enzymatic activity; further deletion of three-
thrombospondin motifs (TS7-M3) did not affect enzyme activ-
ity, but further deletion of a spacer 1 domain (TS7-M4) mark-
edly diminished the COMP cleavage, and deletion of the CRD
(TS5-M5) slightly enhanced this activity. In addition, the cat-
alytic domain of ADAMTS-7 alone poorly demonstrated
COMP degradation activity. Collectively, this set of experi-
ments clearly indicates that the noncatalytic ancillary domains
of ADAMTS-7 are involved in precise regulation of its enzy-
matic activity. Qualitative analysis of enzymatic activity of
ADAMTS-7 (TS7) and various mutants (TS7-M1 to TS7-M6)
on the cleavage of COMP is summarized in Fig. 5E.

To next examine whether an individual domain of
ADAMTS-7 affects its activity in regulating chondrocyte dif-
ferentiation, micromass cultures of C3H10T1/2 cells were stim-
ulated with 300 ng/ml BMP-2 protein in the presence of vari-
ous conditioned medium obtained from HEK 293-ENBA cells
stably transfected with control (CTR), full-length ADAMTS-7
(TS-7), and its domain deletion mutants (TS7-M1 to TS7-M6)
for 3 days (for measuring Col II and Sox9) and 7 days (for
determining Col X, Cbfa1, PTHrP, and IHH), and real-time
PCRs were performed using specific primers. As shown in Fig.
6A, ADAMTS-7-mediated regulation of chondrogenesis was
completely lost when C-terminal four-thrombospondin motifs
(TS7-M1) were deleted; similar to the TS7-M1 mutant, none of
the other mutations, including further removal of a spacer 2
domain (TS7-M2), further deletion of three-thrombospondin
motifs (TS7-M3), and further deletion of a spacer 1 domain

stably transfected by either ADAMTS-7 or its C-terminal deletion mutants was detected by Western blotting analysis with anti-c-Myc antibodies.
The arrows indicate the full length of the ADAMTS-7 and its series of mutants, and the arrowheads indicate the fragments resulted from several
ADAMTS-7 deletion mutants. (C) The subcellular localization of the ADAMTS-7 and its domain deletion mutants in RCS cells. RCS chondro-
cytes were transiently transfected with expression constructs encoding the ADAMTS-7 and its C-terminal deletion mutants. The expression of
ADAMTS-7 or its C-terminal deletion mutants was visualized with anti-c-Myc antibodies. COMP was visualized by cell staining with polyclonal
anti-COMP antibodies. Overlapping signals are indicated with “Merge.” (D) In vitro digestion assays of COMP mediated by ADAMTS-7 and its
C-terminal domain deletion mutants. Purified COMP (200 nM) was incubated with the conditioned medium collected from HEK 293-EBNA cells
stably transfected by pcDNA3.1 (CTR), ADAMTS-7 (TS7), or its C-terminal domain deletion mutants (TS7-M1 to TS7-M6), as indicated. The
cleaved products were subjected to reduced 8% SDS-PAGE and detected with polyclonal anti-COMP antibodies. The intact COMP and its
digested fragments are indicated with an arrow and arrowhead, respectively. (E) Qualitative analysis of enzymatic activity of ADAMTS-7 and its
C-terminal domain deletion mutants. The values were calibrated against ADAMTS-7 (TS7), here given the value of 100%.
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(TS7-M4), the CRD (TS7-M5), and the catalytic domain of
ADAMTS-7 alone (TS7-M6), exhibited the regulatory activity
of chondrogenesis. These findings were also observed with
human MSC pellet cultures (Fig. 6B, panels a and b). These
findings were further verified using alcian blue staining of
corresponding cultures (Fig. 6C). Taken together, C-terminal
four-thrombospondin motifs of ADAMTS-7 are critical for its
inhibition of chondrocyte differentiation, especially late-stage
differentiation.

PTHrP induces ADAMTS-7 expressions in C3H10T1/2 and
ATDC5 cells. Because ADAMTS-7 is highly expressed in pro-
liferating and prehypertrophic chondrocytes (Fig. 1C) and neg-
atively regulates chondrocyte hypertrophy (Fig. 2), we next
used C3H10T1/2 cells and chondroprogenitor ATDC5 cells to
examine whether ADAMTS-7 is the downstream molecule of
PTHrP, a critical negative signal in this process. Micromass
cultures of both C3H10T1/2 and ATDC5 cells pretreated with
300 ng/ml of BMP-2 for 1 week were cultured with or without

10�7 M of PTHrP for various time points, and the level of
ADAMTS-7 mRNA was measured by using real-time PCR
(Fig. 7A). ADAMTS-7 mRNA was increased to 1.9-fold at day
1 and to 2.3-fold by day 3 in the PTHrP-untreated control
C3H10T1/2 cells. PTHrP markedly enhanced the level of
ADAMTS-7 mRNA to 3.9-fold at day 1 and to 6.5-fold by day
3. In the case of ATDC5 cells, ADAMTS-7 mRNA was slightly
increased by day 1 but was dramatically reduced by day 3 in
the PTHrP-untreated cells; PTHrP significantly induced
ADAMTS-7 to 2.8-fold by day 1. Although ADAMTS-7
mRNA returned to baseline by day 3, it was still approximately
twofold higher than the mRNA in the control at the same
time point. Collectively, these findings demonstrate that
ADAMTS-7 is a PTHrP-inducible gene in the late stage of
chondrogenesis. In addition, induction of the ADAMTS-7 pro-
tein level by PTHrP was also visualized by both immunofluo-
rescent cell staining in C3H10T1/2 cells (Fig. 7B) and immu-
noblotting in ATDC5 cells (Fig. 7C). Furthermore, ECM1, a

FIG. 6. Substrate-binding domain of ADAMTS-7 is important for its regulation of chondrogenesis. (A) Effect of ADAMTS-7 and its
C-terminal deletion mutants on chondrocyte differentiation of murine C3H10T1/2 cells. Micromass cultures of control (CTR), wild-type
ADAMTS-7 (TS7), or its C-terminal mutants (TS7-M1 to TS7-M6) C3H10T1/2 stable cell lines were stimulated with 300 ng/ml BMP-2 protein
for 3 or 7 days, and the mRNA levels of Col II (a), Sox9 (b), Col X (c), Cbfa1 (d), PTHrP (e), and IHH (f) were determined by using real-time
PCR. The units are arbitrary, and the normalized values were calibrated against the control (CTR), here given the value of 1. Asterisks indicate
a significant increase or decrease from the control (P 
 0.05). (B) Effect of ADAMTS-7 and its C-terminal deletion mutants on the expressions
of Col II and Col X during chondrogenesis of human MSCs. Human MSCs pellets were cultured for 14 days in the presence of the conditioned
medium obtained from the control (CTR), ADAMTS-7 (TS7), or its C-terminal mutants (TS7-M1 to TS7-M6) stably transfected HEK 293-EBNA
cell lines, and Col II (a) and Col X (b) expression was analyzed by real-time PCR as described for panel A. (C) Whole-mount alcian blue
histochemistry. Staining was performed on the micromass culture of pcDNA3.1 (CTR), wild-type ADAMTS-7 (TS7), and C-terminal four-
thrombospondin motifs deletion mutant (TS7-M1) stable lines based on C3H10T1/2 cells treated with BMP-2 protein for 14 days. Rel.level, relative
level.
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FIG. 7. ADAMTS-7 expression depends on PTHrP signaling. (A) PTHrP induces the expression of ADAMTS-7 mRNA, assayed by real-time
PCR. 10T1/2 and ATDC5 cells pretreated with recombinant 300 ng/ml of BMP-2 for 1 week were cultured without PTHrP (CTR) or with PTHrP
(10�7 M) for various time periods, as indicated. The normalized values against GAPDH were calibrated against controls (day 0), given the value
of 1. Asterisk indicates a significant difference from the control at corresponding time points (P 
 0.05). (B) PTHrP increases the level of
ADAMTS-7 protein, assayed by immunofluorescent cell staining. Micromass cultures of C3H10T1/2 cells treated with or without PTHrP (10�7 M)
for 3 days were stained with anti-ADAMTS-7 antibodies (green). The nuclei were stained with 4�,6-diamidino-2-phenylindole (DAPI). (C) PTHrP
induces the expression of ADAMTS-7 protein, assayed by Western blotting. ATDC5 cells pretreated with recombinant 300 ng/ml of BMP-2 for
1 week were cultured without PTHrP (CTR) or with PTHrP (10�7 M) for various time periods, as indicated. The cell lysates were detected with
either anti-ADAMTS-7 or antitubulin (serving as an internal control) antibodies. (D) PTHrP induces the expression of ECM1 mRNA, assayed by
real-time PCR. 10T1/2 cells pretreated with recombinant 300 ng/ml of BMP-2 for 1 week were cultured without PTHrP (CTR) or with PTHrP
(10�7 M) for various time periods, as indicated. The normalized values against GAPDH were calibrated against controls (day 0), given the value
of 1. (E) ADAMTS-7 is markedly reduced in the growth plate chondrocytes of PTHrP null mice, revealed by immunohistochemistry. Safranin O
staining was performed using sections of long bone from 18.5-day-old wild-type (a) and PTHrP null mutant (d) mouse embryos. (b and e)
Low-power microphotograph of section stained with anti-ADAMTS-7 antibodies (brown, indicated with arrows) and counterstained with methyl
green (green). (c and f) High-power microphotograph of the section shown in panels b and e. Rel.level, relative level. Bar � 100 �m.
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known late-responsive gene of PTHrP in chondrocytes (45),
was employed as a positive control (Fig. 7D).

In vivo expression of ADAMTS-7 in growth plate chondro-
cytes depends on PTHrP signaling. We next determined
whether ADAMTS-7 expression depends on PTHrP signaling
in vivo by performing immunohistochemistry with sections of
long bone from 18.5-day-old wild-type (PTHrP�/�) and
PTHrP null mutant (PTHrP�/�) mouse embryos. As expected,
ADAMTS-7 demonstrates a prominent expression in the pro-
liferating and prehypertrophic chondrocytes in the embryonic
growth plates of control mice (Fig. 7E, panel b and c). Since
PTHrP inhibits the hypertrophic chondrocyte differentiation,
PTHrP�/� mice display reduced zones of proliferating chon-
drocytes, which indicates the accelerated onset of hypertrophic
differentiation (Fig. 7E, panel d). In the disordered growth
plate of PTHrP knockout mice, ADAMTS-7 is downregulated
(Fig. 7E, panels e and f), indicating that in vivo expression of
ADAMTS-7 is controlled by PTHrP signaling.

ADAMTS-7 is a crucial downstream target for PTHrP ac-
tion. We next investigated whether endogenous ADAMTS-7 is

required for PTHrP-mediated inhibition of Col X expression
during chondrocyte hypertrophy using the siRNA approach.
Two siRNAs that specially recognize two distant regions of
murine ADAMTS-7 were selected (see Materials and Methods
for details). As shown in Fig. 8A, these siRNAs led to approx-
imately 65 to 75% inhibition of endogenous ADAMTS-7 in
C3H10T1/2 cells. Micromass cultures of pSuper vector (CTR)
and pSuper-TS7 [siTS7(1) or siTS7(2)] stably transfected
C3H10T1/2 cells were cultured in the presence of BMP-2 (300
ng/ml) for 5 days and then treated with 10�7 M PTHrP for an
additional 3 days. The level of Col X mRNA was determined
by real-time PCR. As shown in Fig. 8B, PTHrP strongly inhib-
ited Col X expression in the control cells, but this PTHrP-
mediated inhibition was largely lost when ADAMTS-7 was
knocked down by siRNA (Fig. 8B, compare bars 2, 5, and 6).
In addition, the inhibition was partially restored when
ADAMTS-7 was reexpressed via cotransfection of an
ADAMTS-7 expression plasmid (Fig. 8B, compare bars 2, 7,
and 8). Note that the siRNA-mediated loss of ADAMTS-7
without PTHrP exhibited higher Col X expression than that of

FIG. 8. ADAMTS-7 is required for the PTHrP-mediated inhibition on chondrocyte differentiation and endochondral bone formation. (A) AD-
AMTS-7 siRNAs efficiently repress the expression of endogenous ADAMTS-7 in C3H10T1/2 cells. C3H10T1/2 cells were transfected with either
pSuper vector (CTR) or one of two ADAMTS-7 siRNAs cloned into pSuper, as indicated, and the level of ADAMTS-7 was measured using
real-time PCR. (B) Knockdown of ADAMTS-7 almost abolished PTHrP-mediated inhibition of Col X expression, whereas its reexpression largely
restored PTHrP action. Micromass cultures of C3H10T1/2 cells transfected with pSuper, siTS7 [siTS7(1), siTS7(2)], ADAMTS-7 (TS7) expression
plasmid, or various combinations as indicated were pretreated with BMP-2 and then cultured in the presence or absence of PTHrP (10�7 M), and
the level of Col X was determined by real-time PCR. The units are arbitrary, and the normalized values were calibrated against the control, here
given the value of 1. (C) ADAMTS-7 antibody dramatically attenuated PTHrP-mediated inhibition of Col X. ATDC5 cells pretreated with BMP-2
for 3 days were cultured in the absence (CTR) or presence of PTHrP (10�7M) without (PTHrP) or with anti-ADAMTS-7 (1 �g/ml) antibodies
(PTHrP � anti-TS7) for various time points as indicated, and Col X was measured and analyzed as described for panel B. (D) ADAMTS-7 blocking
antibody completely neutralized PTHrP-mediated chondrocyte hypertrophy, mineralization, and bone length. (a and b) Safranin O-fast green
staining of metatarsals. Metatarsals were explanted from 15-day-old mouse embryos and cultured in the absence (CTR) or presence of PTHrP
(10�7 M) with or without anti-ADAMTS7 (1 �g/ml) antibodies. The explants were cultured for 5 days, and safranin O-fast green staining was
observed by using low-power (a) or high-power (b) microphotography. (c) Alizarin red S and alcian blue staining of metatarsals. Metatarsals were
cultured as described above and processed for alizarin red S and alcian blue staining; a representative photograph is presented. (d) Percent increase
in total and mineralization length of metatarsal bones. Metatarsals were cultured as described above, total or mineralization length was
determined, and the percent increase was calculated (percent increase � [length at day 5 � length at day 0]/length at day 0). Asterisk indicates
a significant difference from the control (P 
 0.05). (E) ADAMTS-7 corrects the defects in chondrocyte hypertrophy in the metatarsal bones of
PTHrP null embryos. Metatarsals were explanted from 14.5-day-old wild-type and PTHrP�/� mouse embryos and cultured in the absence (CTR)
or presence of ADAMTS-7-conditioned medium. The explants were cultured for 5 days, and safranin O-fast green staining was observed. Rel.level,
relative level.
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control cells (Fig. 8B, compare bars 1, 3, and 4). The require-
ment of ADAMTS-7 for PTHrP-mediated inhibition on Col X
expression was verified by using the antibody blocking assay
(Fig. 8C). The dependence on ADAMTS-7 of PTHrP-medi-
ated endochondral bone formation was revealed by using cul-
tures of fetal mouse metatarsals (Fig. 8D). In line with a
previous report (24), PTHrP potently inhibited chondrocyte
hypertrophy, mineralization, and bone length; however, the
addition of anti-ADAMTS-7 antibody largely abolished the
PTHrP-mediated inhibition of these activities. Taken together,
these results indicated that PTHrP-mediated chondrocyte dif-
ferentiation and endochondral bone growth depends, at least
in part, on ADAMTS-7 metalloproteinase. We also sought to
determine whether ADAMTS-7 was able to rescue the defects
seen in growth plates of PTHrP null embryos using fetal meta-
tarsals followed by safranin O-fast green staining. As shown in
Fig. 8E, disorganized PTHrP null growth plates, including ac-
celerated chondrocyte hypertrophy, were largely corrected in
the presence of recombinant ADAMTS-7.

ADAMTS-7 associates with GEP growth factor in yeast and
in chondrocytes. We next sought to elucidate the molecular
mechanism by which ADAMTS-7 adversely regulates chondro-
cyte differentiation and endochondral bone growth. In addition
to ADAMTS-7, GEP growth factor was also identified as a
COMP binding partner (95). The facts that COMP associates

with ADAMTS-7 (66) and that COMP also interacts with GEP
(95) promoted us to determine whether GEP also binds to
ADAMTS-7. The yeast two-hybrid assay was performed to
examine the interaction between ADAMTS-7 and GEP. The
plasmid encoding GEP linked to the Gal4 DNA binding do-
main (Fig. 9A) and the plasmid encoding ADAMTS-7 fused to
the VP16AD (Fig. 9A) were used to cotransform the yeast.
Like the c-Jun/c-Fos pair, which is known to interact and is
used as a positive control, our assays indicated that
ADAMTS-7 interacts with GEP in yeast, based on the activa-
tion of the LacZ reporter gene.

The in vivo interaction between ADAMTS-7 and GEP was
verified using a Co-IP assay in order to determine whether
these two proteins are bound in native human chondrocytes.
For the Co-IP assays, the cell extracts were incubated with
either anti-GEP antibodies (Fig. 9B, lane 3), anti-ADAMTS-7
antibodies (Fig. 9B, lane 4), or control IgG (Fig. 9B, lane 2),
and the immunoprecipitated complexes were subjected to a
reducing SDS-PAGE and detected with either anti-GEP or
anti-ADAMTS-7 antibodies. A specific GEP (Fig. 9B, top) or
ADAMTS-7 (Fig. 9B, bottom) band was present in the immu-
noprecipitated complexes brought down by anti-GEP antibod-
ies (Fig. 9B, lane 3) and anti-ADAMTS-7 antibodies (Fig. 9B,
lane 4), but not control IgG antibodies (Fig. 9B, lane 2), dem-
onstrating that GEP specifically binds to ADAMTS-7 in vivo.

FIG. 9. ADAMTS-7 associates with and digests GEP. (A) ADAMTS-7 binds to GEP in yeast. Yeast two-hybrid assay to test the interaction
of proteins fused to the VP16 AD and proteins fused to the Gal4 DNA binding domain. Each pair of plasmids, as indicated, encoding proteins
fused to VP16 (below the line) in the vector pPC86 (i.e., pPC86-c-jun, pPC86-GEP, and pPC86-Rb) and those encoding proteins fused to Gal4
(above the line) in the vector pDBleu (i.e., pDB-c-fos, pDB-ADAMTS-7, and pDB-lamin) were cotransfected into yeast strain MAV203. Yeast
transformants were selected on SD-Leu-Trp plates and tested for �-galactosidase activity. The known interaction between c-Jun and c-Fos was used
as a positive control, whereas the lack of interaction between Rb and lamin was used as a negative control. (B) ADAMTS-7 binds to GEP in
chondrocytes (Co-IP assay). Cell extracts prepared from human chondrocytes were incubated with anti-GEP antibodies, anti-ADAMTS-7
antibodies, or control IgG. The immunoprecipitated protein complex and cell extracts (lane 1, which provides a positive control) were examined
by Western blotting with either anti-GEP (top) or anti-ADAMTS-7 (bottom) antibodies. (C) The catalytic domain of ADAMTS-7 digests GEP
in a dose-dependent manner. GEP was incubated with various amounts of catalytic domain of ADAMTS-7 (TS7-CD), as indicated; the cleaved
products were separated by nonreduced SDS-PAGE, and intact GEP and fragments were detected with polyclonal anti-GEP antibodies. The intact
GEP (arrow) and processed fragments are indicated. (D) Intact ADAMTS-7 cleaves GEP. GEP was incubated with either the control (CTR) (lane
3) or ADAMTS-7-conditioned medium (lane 4) for 4 h. The processed products as well as the control and ADAMTS-7 media were detected with
anti-GEP antibodies. The intact GEP (arrow) and processed fragments are indicated.
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In order to identify the GEP-binding motif in ADAMTS-7,
we generated various constructs that expressed various
ADAMTS-7 deletion mutants in yeast. Results from filter-
based �-galactosidase assays (see Fig. S1B in the supplemental
material) of all these mutants are summarized (see Fig. S1A in
the supplemental material). The prodomain (aa 26 to 246), the
metalloproteinase domain plus the disintegrin-like domain and
the CRD (aa 238 to 711), the spacer 1 plus a three-throm-
bospondin-like repeat (aa 703 to 1007), as well as spacer 2 (aa
999 to 1324) did not interact with GEP; whereas the C-termi-
nal region (aa 1324 to 1595) did interact with GEP. Deletion of
two-thrombospondin motifs (aa 1433 to 1595) abolished the
interaction, indicating that the thrombospondin motifs are re-
quired for GEP binding. These two-thrombospondin motifs
alone (aa 1324 to 1433) did not bind to GEP, but the four-
thrombospondin motif (aa 1324 to 1533) did. Our conclusion
from this set of experiments is that that four C-terminal throm-
bospondin repeats of ADAMTS-7 are required and sufficient
for its interaction with GEP.

We also generated various constructs that expressed individ-
ual granulin units (i.e., A, B, C, D, E, F, G) or the partial
repeat (P) in yeasts for dissecting the GEP segment required
for binding ADAMTS-7. Results from filter-based �-galacto-
sidase assays (see Fig. S2B in the supplemental material) of all
these mutants are summarized (see Fig. S2A in the supple-
mental material). This set of experiments clearly indicates that
each granulin unit, but not the partial repeat, is sufficient for
binding to ADAMTS-7.

ADAMTS-7 is a novel GEP convertase. GEP undergoes pro-
teolytic processing with the liberation of smaller fragments
which retain biological activity (99). The finding that
ADAMTS-7 metalloproteinase associates with GEP led us to
determine whether ADAMTS-7 metalloproteinase is a novel
GEP convertase. We first examined the GEP-converting activ-
ities of ADAMTS-7 in an in vitro digestion assay with a re-
combinant ADAMTS-7 catalytic domain and GEP (Fig. 9C).
The ADAMTS-7 catalytic domain did cleave GEP with the
liberation of smaller fragments. This GEP-converting action of
ADAMTS-7 was further verified with ADAMTS-7-condi-
tioned medium. As indicated in Fig. 9D, ADAMTS-7-condi-
tioned medium also resulted in the proteolytic processing of
GEP. Note that more fragments were observed using intact
ADAMTS-7 than using the catalytic domain alone.

ADAMTS-7 eliminates the chondroinductive activity of
GEP. The finding that ADAMTS-7 associates with and con-
verts GEP promoted us to examined whether ADAMTS-7-
mediated inhibition of chondrocyte hypertrophy and endo-
chondral bone growth is exerted by inactivating GEP’s
chondroinductive activity. For this purpose, we first examined
whether ADAMTS-7 was able to inactivate GEP-stimulated
chondrocyte hypertrophy using chondroprogenitor ATDC5.
Briefly, ATDC5 cells pretreated with BMP-2 for 1 week were
cultured without or with GEP (100 ng/ml), conditioned me-
dium of ADAMTS-7 or its point mutation, or various combi-
nations as indicated in Fig. 10A. GEP-stimulated Col X and
MMP-13 expressions were completely abolished by the addi-
tion of ADAMTS-7; in addition, this inhibition of GEP action
depends on its enzymatic activity, since the ADAMTS-7 point
mutation failed to do so. Furthermore, ADAMTS-7-GEP in-
teraction is also needed to counteract the GEP activity in

chondrocyte differentiation, and ADAMTS-7 failed to attenu-
ate GEP-mediated chondrocyte hypertrophy in the presence of
a recombinant granulin B unit that is sufficient to compete with
GEP for binding to ADAMTS-7 (Fig. 10A; also see Fig. S2 in
the supplemental material). We next determined whether
ADAMTS-7 was also able to counteract the GEP activity in
regulating endochondral bone growth (Fig. 10B). As expected,
GEP growth factor stimulated chondrocyte maturation, min-
eralization, and bone growth; however, GEP-mediated endo-
chondral bone growth was completely abolished by the addi-
tion of ADAMTS-7-conditioned medium. These observations,
together with the finding that ADAMTS-7 converted GEP into
small fragments, suggested that ADAMTS-7 negatively regu-
lates chondrocyte hypertrophy and endochondral bone growth
by associating with GEP and inactivating its chondrogenic ac-
tivity.

DISCUSSION

Through a functional genetic screen, ADAMTS-7 was iso-
lated as the first metalloproteinase found to directly associate
with and degrade COMP (66). The current study focused on
the role of ADAMTS-7 in chondrogenesis as well as the mo-
lecular mechanism involved. ADAMTS-7 protein was highly
induced in the course of chondrogenesis in vitro and also
demonstrated prominent expression in the growth plate chon-
drocytes in vivo (Fig. 1B and 1C). Real-time PCR for mea-
surements of ADAMTS-7 showed that the level of
ADAMTS-7 mRNA was relatively low until day 5, and at day
7 it tripled and thereafter remained at high levels during the
late-differential stage (Fig. 1A). The discrepancy between the
protein and mRNA of ADAMTS-7 during chondrogenesis
suggests that posttranscription regulations, such as translation,
mRNA stability, and protein degradation, might be also im-
portant in the control of ADAMTS-7 expression during chon-
drogenesis.

ADAMTS-7 appears to be a potent negative regulator of
chondrocyte differentiation and endochondral bone growth,
and its inhibitory activities strictly depend on its enzymatic
activities, since its point mutant lacking enzymatic activity lost
these inhibitions (Fig. 2 and 3). ADAMTS-7 is composed of
multiple functional domains, including a prodomain, a catalytic
domain, a disintegrin domain, a thrombospondin motif, a
CRD, a spacer 1 domain, three-thrombospondin motifs, a
spacer 2 domain, and C-terminal four-thrombospondin motifs
(Fig. 5A). In addition to its C-terminal four-thrombospondin
motifs known to bind to substrates, including COMP (66), the
role of an individual domain in regulating the biochemical
properties of ADAMTS-7 remains unknown. To address this
issue, we generated a series of domain deletion mutants of
ADAMTS-7 and found that the CRD is required for
ADAMTS-7 binding to the cell surface and ECM in chondro-
cytes (Fig. 5C). The addition of heparin to the culture medium
released the majority of ADAMTS-7 from the cell surface
(data not shown). This suggests that ADAMTS-7 binds to
negatively charged glycosaminoglycans on the cell surface and
in the ECM. Interestingly, this CRD-dependent localization
appears to be cell type specific, since ADAMTS-7 and its
deletion mutants are predominately localized in the cytoplasm
of Cos-7 cells (see Fig. S3 in the supplemental material). In

4214 BAI ET AL. MOL. CELL. BIOL.



addition, the enzymatic activities of ADAMTS-7 are also pre-
cisely regulated by its noncatalytic domains, especially its sub-
strate-capturing C-terminal four-thrombospondin motifs and
an inhibitory spacer 2 domain (Fig. 5).

Multiple signaling pathways are involved in endochondral
ossification in epiphyseal growth plate (78). Among them,
PTHrP and IHH coordinately regulate the rate of chondrocyte
differentiation through a negative feedback loop (48, 57, 91).
Several lines of evidence indicated that PTHrP negatively reg-
ulated the endochondral bone formation. PTHrP prevents
chondrocyte hypertrophy in the growth plate and maintains a

pool of cells above the hypertrophic zone in a proliferative
condition (57). IHH is expressed at the prehypertrophic-
hypertrophic boundary so that cells that escape the inhibitory
action of PTHrP signaling in the growth plate express IHH,
which in turn will stimulate PTHrP expression (49, 60). In
embryonic mice lacking PTHrP, chondrocytes stop proliferat-
ing prematurely, with accelerated differentiation (71). Mice
lacking either PTHrP (56, 64) or the parathyroid hormone
(PTH)-PTHrP receptor (2, 63) also have accelerated chondro-
cyte differentiation and impaired skeletal growth, exhibiting
shortened zones of proliferative chondrocytes and premature

FIG. 10. ADAMTS-7 inactivates the chondroinductive action of GEP. (A) ADAMTS-7 inhibits GEP-induced Col X and MMP-13 expression,
assayed by real-time PCR. ATDC5 cells pretreated with BMP-2 for 5 days were cultured in the absence or presence of GEP, ADAMTS-7 (TS7)-,
ADAMTS-7 point mutant (TS7PM)-, or granulin B (GRN B)-conditioned medium or various combinations as indicated for an additional 3 days,
and Col X and MMP-13 expression was measured by real-time PCR. The units are arbitrary, and the normalized values were calibrated against
controls, here given the value of 1. Asterisks indicate a significant difference from the control (P 
 0.05). (B) ADAMTS-7 abolishes GEP-
stimulated endochondral ossification. (a and b) Safranin O-fast green staining of metatarsals. Metatarsals were explanted from 15-day-old mouse
embryos and cultured in the absence (CTR) or presence of GEP with or without ADAMTS7-conditioned medium. After 5 days of culture, safranin
O-fast green staining was observed by using low-power (a) or high-power (b) microphotography. (c) Alizarin red S and alcian blue staining of
metatarsals. The explants were fixed and processed for alizarin red S and alcian blue staining; a representative photograph is presented. (d) Percent
increase in total and mineralization length of metatarsal bones. Metatarsals were cultured as described above, the total or mineralization length
was determined, and the percent increase was calculated (percent increase � [length at day 5 � length at day 0]/length at day 0). Asterisks indicate
a significant difference from the control (P 
 0.05). (C) Proposed model for explaining the role and regulation of ADAMTS-7 in chondrocyte
differentiation. ADAMTS-7 metalloproteinase, a direct target of PTHrP, negatively regulates chondrocyte differentiation by associating with GEP
and inactivating chondrogenic activity of GEP growth factor. Rel.level, relative level.
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hypertrophic differentiation. However, animals overexpressing
PTHrP in chondrocytes show delayed hypertrophic differenti-
ation (93). Chondrocyte-specific expression of a constitutively
active PTH-PTHrP receptor also delays the conversion of pro-
liferative chondrocytes to hypertrophic chondrocytes (82). In
mouse models, both PTHrP and PTH-PTHrP receptor knock-
out mice display advanced endochondral bone formation (2,
56, 63). Our studies demonstrating that (i) overexpressing
ADAMTS-7 enhanced the expression of PTHrP whereas it in-
hibited IHH (Fig. 2F and G), (ii) PTHrP induced ADAMTS-7
expression in the course of chondrogenesis in vitro (Fig. 7A to
C), and (iii) ADAMTS-7 expression strictly depends on PTHrP
in growth plate chondrocytes in mice (Fig. 7E). These findings
suggest that there exists a positive feedback loop between
ADAMTS-7 and PTHrP signaling in the course of chondro-
genesis. In addition, ADAMTS-7 appears to be a crucial down-
stream molecule of PTHrP based on the observations that (i)
repression of ADAMTS-7 via an siRNA approach or blocking
ADAMTS-7 activity using its blocking antibodies almost abol-
ished PTHrP-mediated inhibition of Col X expression, but
reexpression of ADAMTS-7 restored PTHrP action (Fig. 8B);
(ii) an ADAMTS-7 blocking antibody totally neutralized the
inhibition of chondrocyte hypertrophy, mineralization, and
bone growth by PTHrP (Fig. 8C and D); and (iii) ADAMTS-7
largely corrected the defects of PTHrP null growth plates (Fig.
8E). Furthermore, similar to PTHrP that is known to stimulate
chondrocyte proliferation (73), ADAMTS-7 was also found to
increase chondrocyte proliferation, and its stimulation on cell
proliferation largely depends on its substrate-binding C-termi-
nal four-thrombospondin motifs (see Fig. S4 in the supplemen-
tal material). Because ADAMTS-7-mediated chondrogenesis
and endochondral ossification depend on its proteolytic activ-
ity (Fig. 3 and 4), and it was known to associate with and
degrade COMP (66), whether the effects on PTHrP are de-
pendent on ADAMTS-7 metalloproteinase activity or its inter-
action with COMP remains to be delineated.

GEP is a growth factor implicated in tissue regeneration,
tumorigenesis, and inflammation (39, 40, 59, 99). Several GEP-
associated partners have been reported and found to affect
GEP action in various processes. One example is the secretory
leukocyte protease inhibitor (SLPI). Elastase digests GEP ex-
clusively in the intergranulin linkers, resulting in the genera-
tion of granulin peptides, suggesting that this protease may be
an important GEP convertase. SLPI blocks this proteolysis
either by directly binding to elastase or by sequestering granu-
lin peptides from the enzyme (99). It was found that GEP can
modulate transcriptional activities by interacting with human
cyclin T1 (47) and Tat-P-TEFb (46). GEP was also found to
interact with perlecan, a heparan sulfate proteoglycan; perle-
can null mice exhibit severe skeletal defects (4, 38, 62, 77). A
recent report reveled that proteinase 3 associated with and
processed GEP, and proteinase 3 and elastase enhance neu-
trophil-dependent inflammation by eliminating the antiinflam-
matory activity of GEP (59). Here, we present evidence show-
ing that GEP associates with ADAMTS-7 metalloproteinase in
chondrocytes and that ADAMTS-7 is able to convert GEP into
its processed fragments (Fig. 9); in addition, ADAMTS-7-in-
hibits chondrocyte differentiation and endochondral bone for-
mation, probably by inactivating the chondrogenic activity of
GEP. Our previous report showing that (i) ADAMTS-7 binds

to and degrades COMP (66) and (ii) COMP interacts with
GEP and potentiates GEP-stimulated chondrocyte functions
(95), together with the present study revealing the interaction
between ADAMTS-7 and GEP, indicate that ADAMTS-7,
GEP, and COMP form an interaction and interplay network in
regulating chondrocyte functions (66, 95). It remains to be
determined how the interaction network among ADAMTS-7
metalloproteinase, GEP growth factor, and the COMP ECM
molecule acts in concert in regulating chondrocyte differenti-
ation and endochondral ossification.

It is interesting to note that the subcellular localization of
ADAMTS-7 in chondrocytes appears to depend on the devel-
opmental stage and location, since it is primarily intracellular
in the early stages of embryonic murine limbs (Fig. 6), whereas
it is primarily in the pericellular matrix in chondrocytes iso-
lated from adult human articular cartilage (F. J. Guo and C. J.
Liu, unpublished data). In addition, COMP ECM protein and
GEP growth factor, two ADAMTS-7 binding partners, were
also found to be primarily intracellular in the growth plate
chondrocytes (95). Distinct localization of ADAMTS-7 and
GEP in various chondrocytes suggests that they may play im-
portant roles at various stages in skeletogenesis.

As summarized in Fig. 10C, this study provides novel in-
sights into the role of ADAMTS-7, a novel mediator in PTHrP
pathway, in regulating chondrocyte differentiation and endo-
chondral bone formation and sheds light on the molecular
mechanism by which ADAMTS-7 adversely regulates chondro-
genesis; i.e., ADAMTS-7 metalloproteinase associates with the
GEP chondrogenic growth factor and eliminates GEP-stimu-
lated chondrogenesis via conversion of GEP into its processed
fragments. In addition, this study also provides us with poten-
tial molecule targets for the treatment of cartilage disorders
and arthritic conditions.
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