
Summary. The urokinase-type plasminogen activator
receptor (uPAR) plays a critical role in cartilage
degradation during osteoarthritis as it regulates
pericellular proteolysis mediated by serine proteinases.
Another important family of proteinases responsible for
ECM destruction in arthritis are the matrix
metalloproteinases (MMPs). MMPs are regulated by IL-
1ß, a cytokine that plays a pivotal role in pathogenesis of
osteoarthritis. This study was undertaken to address two
questions: 1. Is uPAR-expression regulated by
proinflammatory cytokines such as IL-1ß? 2. Does a
functional co-localization exist between uPAR and
MMPs?

By immunohistochemical analysis we observed
enhanced expression of uPAR on chondrocytes derived
from osteoarthritic human cartilage compared to non-
osteoarthritic controls. We found an IL-1ß-mediated
expression of uPAR by immunoelectron microscopy.
Western blot analysis demonstrated that IL-1ß-
stimulated expression of uPAR on chondrocytes in vitro
increased in a dose-dependent manner. Furthermore, we
found a functional co-localization between uPAR and
MMP-9 on IL-1ß-stimulated chondrocytes by means of a
co-immunoprecipitation assay.

Expression of uPAR in osteoarthritic cartilage but
not in healthy cartilage suggests that uPAR plays a role
in cartilage breakdown. We propose that uPAR-mediated
effects e.g. pericellular proteolysis are one of other
cytokine (IL-1ß)-mediated events that contribute to the
pathogenesis of osteoarthritis. Furthermore, we found
that MMPs and uPAR were part of the same cell surface
complexes in chondrocytes. This finding underlines a
functional interaction between MMPs and the serine
proteinase system in the fine regulation of pericellular
proteolysis. Interfering with uPAR signaling may present
a novel target in arthritis therapy to prevent excessive

proteolytic degradation.
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Introduction

Osteoarthritis (OA) is the most common form of
arthritis of weight bearing joints in humans and animals.
Pathogenesis of OA is complex, initiated by
biomechanical stress and biochemical changes in
chondrocytes leading to distinct catabolic and reparative
events in cartilage. OA changes involve not only the
articular cartilage, but also the synovial membrane and
subchondral bone of the joint (Martel-Pelletier, 1998);
they are characterized by a breakdown of the
extracellular cartilage matrix, revealed by cartilage
fibrillation, fissures, ulcerations, and the loss of full
thickness surface of articular cartilage (Martel-Pelletier,
1998; Goggs et al., 2003). OA changes are mainly the
result of the altered capacity of chondrocytes to
synthesize extracellular matrix macromolecules, leading
to a mechanically inferior extracellular matrix that
cannot withstand mechanical load and enhanced
extracellular matrix degradation that arises from an
imbalance between various proteinases and their tissue
inhibitors as a sign of disequilibrium of cartilage
homeostasis. Chondrocyte apoptosis also contributes to
OA and this is recognizable by hypocellularity of
osteoarthritic cartilage (Goggs et al., 2003). Cytokines
such as interleukin-1‚ play a pivotal role in disturbance
of chondrocyte synthesis program and induction of
proteinases (Gowen et al., 1984; Martel-Pelletier, 1998;
Vincenti and Brinckerhoff, 2001). Two important
families of proteinases are responsible for enhanced
pericellular proteolysis during OA: serine proteinases
such as plasmin, urokinase plasmin activator (uPA)
(Martel-Pelletier et al., 1991; Serni et al., 1995; Walter et
al., 1998; Del Rosso et al., 1999) and the matrix
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metalloproteinases (MMPs) (Gowen et al., 1984; Martel-
Pelletier, 1998). Serine proteinases particularly uPA are
activated after binding their specific receptor, urokinase-
type plasminogen activator receptor (uPAR) initiating a
cascade of extracellular proteinases that includes
plasmin and various MMPs (Martel-Pelletier et al.,
1991; Oleksyszyn and Augustine, 1996). 

UPAR is a glycoprotein with a molecular weight
(MW) of 45-60 kDa that is anchored by a glycosyl
phosphatidylinositol (GPI)-moiety to the plasma
membrane (Preissner et al., 2000). UPAR is composed of
three homologous domains (DI, DII and DIII). The DI
domain contains the urokinase-type plasminogen
activator (uPA)-binding site for urokinase-type
plasminogen activator (uPA) (Behrendt et al., 1991),
whereas the DII/DIII domains bind the extracellular
matrix protein vitronectin (Wei et al., 1994). Binding of
uPA to uPAR results in activation of pro-uPA and
plasminogen initiating pericellular proteolysis. On the
other hand, ligand-receptor binding stimulates plasmin
generation-independent events including cell
proliferation (Fischer et al., 1998), chemotactic cell
migration (Herbert et al., 1997) as well as cellular
adhesion (Waltz et al., 1993) in various cell types (for
review see Del Rosso et al., 1999). In chondrocytes it
has been shown that uPA/uPAR regulates chondrocyte
proliferation (Fibbi et al., 1998). 

Beside plasmin-independent events, the regulation of
pericellular proteolysis is a key mechanism of uPAR in
cartilage matrix degradation in OA (Del Rosso et al.,
1990; Walter et al., 1998). Moreover, it seems that uPAR
acts additionally as a direct regulator of MMP activity
(Mazzieri et al., 1997). In arthritic conditions enhanced
levels of uPA, the ligand for uPAR, have been
demonstrated (Hamilton et al., 1991). Furthermore, it
has been shown that cytokines such as IL-1ß‚ induce
increased uPA-expression in chondrocytes in vitro
(Hamilton et al., 1991). Regulation by IL-1ß is also a
common feature for various MMPs (Saito et al., 1998;
Schulze-Tanzil et al., 2002). Several stimuli, such as
growth factors (Siren et al., 1999), proinflammatory
cytokines (Wu et al., 2002), lipopolysaccharides (Ogura
et al., 1999) and the phorbol ester phorbol 12-myristate
13-acetate (PMA) (Lund et al., 1995) induce the
expression of uPA and its receptor uPAR in other cell
systems. Therefore the question arises as to whether the
specific receptor for uPA, uPAR is also stimulated by IL-
1ß in chondrocytes, in this way enhancing catabolic
pathways during arthritis.

In a previous study a specific co-localization and
functional interaction has been shown between various
MMPs (MMP-1, -3 and -9) and ß1-integrins in
chondrocytes by immunoprecipitation assays (Schulze-
Tanzil et al., 2001). Another related study demonstrated
a tripartitate complex between caveolin, ß1-integrin and
uPAR in human chondrocytes (Schwab et al., 2001).
These findings support the concept that multifunctional
receptor complexes are expressed and aggregate on
chondrocyte surface in response to IL-1ß. Thus, ß1-

integrin is a central component which may coordinate
and modify intracellular signaling pathways in
chondrocytes in arthritis. Another question arises as to
whether uPAR is mediated by IL-1ß‚ and whether
MMPs interact directly with uPAR in chondrocytes. 

Taken together the aims of the present study were as
follows: (i) to examine by means of immuno-
cytochemical methods the distribution pattern of uPAR
in OA cartilage, and (ii) whether cytokine IL-1ß
regulates the expression of uPAR in chondrocytes and
(iii) whether uPAR functionally co-localizes and
interacts with MMPs.
Materials and methods

Antibodies

The mAb against uPAR was generated by
immunizing mice with non-glycosylated human
recombinant uPAR produced in E. coli (Luther et al.,
1997). MAb (IID7) recognizes an epitope located in the
domain II of uPAR. Monoclonal anti-MMP-9 antibody
was obtained from R&D (Heidelberg, Germany). The
secondary gold-labeled antibodies were purchased from
Amersham (Brunswick, Germany). The secondary
antibody conjugated to alkaline phosphatase was
purchased from Roche (Mannheim, Germany). 

Growth medium (Ham`s F-12/Dulbecco`s modified
Eagle`s medium [50/50] containing 10% fetal calf
serum, 25 µg/ml ascorbic acid, 50 IU/ml streptomycin,
50 IU/ml penicillin, 1% essential amino acids, 1%
glutamine and 2.5 µg/ml amphotericin B) was purchased
from Seromed (Munich, Germany). Collagenase and
trypsin/EDTA (EG 3.4.21.4) were obtained from Sigma
(Munich, Germany), pronase was purchased from Roche
(Mannheim, Germany). Interleukin-1ß was obtained
from Strathman Biotech GmbH (Hannover, Germany).
LR-White and Epon were obtained from Plano
(Marburg, Germany). 
Immunocytochemistry of tissue samples

Osteochondral specimens were harvested during
routine knee replacement from patients with OA of the
knee (n=10). Specimens of normal human femoral knee
joint cartilage originate from routine autopsies not later
than 24 h post mortem. The grading of cartilage samples
was performed histologically (Mankin et al., 1971).

Sections were cut (5 µm) and mounted on silane-
coated slides. The sections were dewaxed and antigen
retrieval was performed by microwave irradiation in
0.01 M sodium citrate buffer (pH 6.0), 2x5 min at 850
W. After washing in phosphate-buffered saline (PBS; pH
7.4), the sections were treated with 0.3% hydrogen
peroxide for 30 min, incubated for 1 h at 37 °C with
primary antibody against uPAR (monoclonal, final IgG
concentration 5 µg/ml). The primary antibody was
detected with biotinylated secondary antibodies,
followed by incubation with streptavidin/biotin-
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peroxidase complex (Vectastain Elite, Vector,
Burlingame, CA, USA). The peroxidase activity was
visualized with 3,3’-diaminobenzidine. In control
sections the primary antibodies were replaced by either
PBS, or non-immune monoclonal IgG’s (same species,
same isotype; mouse isotype control (IgG1) from Sigma,
Germany). 

Preparations were examined and photographed with
a Nikon microscope (Optiphot-2; Nikon Corporation,
Japan) or with a Leica confocal laser scanning
microscope (TCS 4D; Leica, Bensheim, Germany).
Immunoelectron microscopy (Pre-embedding technique)

A detailed description of this procedure has been
previously published (Shakibaei et al., 1993). Briefly,
after stimulation with 10 ng IL-1ß for 1 h, the
chondrocytes were treated with hyaluronidase (5000
U/ml) for 15 min at RT to unmask epitopes. After
washing with PBS/BSA the cells were incubated in
medium with mAb to uPAR (final IgG concentration 50
µg/ml in PBS/BSA) for 5 min at 37 °C. The cells were
washed and then incubated with the secondary antibody
(GAM-10 nm, 1:30 in PBS/BSA) for 5 min at 37 °C.
Subsequently, they were fixed with 2% glutaraldehyde,
1% tannic acid in 0.1 M phosphate buffer, pH 7.4 and
post-fixed in a 2% OsO4 solution. After dehydration inascending alcohol series, the specimens were embedded
in Epon. Ultrathin sections were contrasted with 2%
uranyl acetate and lead citrate and investigated under a
transmission electron microscope (TEM 10, Zeiss,
Germany).
Chondrocyte isolation, immunoblott ing and
immunoprecipitation of uPAR and MMP-9 in IL-1ß-
stimulated chondrocytes

Isolation and cultivation of chondrocytes were
performed as described previously (Shakibaei et al.,
1999). Briefly, human articular cartilage slices (from
femoral heads obtained during joint-replacement surgery
for femoral neck fractures) were collected in Ham’s F-12
medium. Cartilage slices were rinsed with Ham’s F-12
medium and digested with 1% pronase (from
Streptomyces griseus, 7000 units/g) in Ham`s F-12
medium containing 2.5% (v/v) fetal calf serum for 2 h at
37 °C and then with 0.2% (v/v) collagenase (from
Clostridium histolyticum, 0.15 unit/mg) in the same
solution for 4 h at 37 °C. After rinsing in growth
medium, a single-cell suspension was obtained by
repeated pipetting and separation from undissolved
tissue fragments using a nylon mesh with a pore width of
80 µm. Cells were sedimented by centrifugation at 6000
g and rinsed twice in growth medium. After counting,
the cells were diluted to 1.5-106/ml in serum-free
medium, plated on dishes coated with collagen type II.
Then, cells were treated with IL-1ß (0.1, 1, 5, 10, 50
ng/ml) for 1 h or left untreated. After rinsing with PBS,
cells were extracted with lysis buffer [50 mM Tris/HCl,

pH 7.2/150 mM NaCl/1% (v/v) Triton X-100/1 mM
sodium orthovanadate/50 mM sodium pyro-
phosphate/100 mM sodium fluoride/0.01% (v/v)
aprotinin/4 µg/ml pepstatin A/10 µg/ml leupeptin/1 mM
PMSF] on ice for 30 min. Insoluble material was
removed by centrifugation at 10000 g for 30 min.
Lysates were stored at –70 °C until use. For
immunoprecipitation, the extracts were precleared by
incubation with 25 µl of normal rabbit IgG serum or
normal mouse IgG serum and S. aureus cells, incubated
with primary antibodies diluted in wash buffer (0.1%
Tween 20/150 mM NaCl/50 mM Tris/HCl, pH 7.2/1 mM
CaCl2/1 mM MgCl2/1 mM PMSF) for 2 h at 4 °C,followed by S. aureus cells for 1 h at 4 °C. Control
immunoprecipitations were performed by incubating the
samples with rabbit anti-mouse IgG alone. S. aureus
cells were washed five times with wash buffer and once
with 50 mM Tris/HCl, pH 7.2, followed by boiling in
SDS/PAGE sample buffer. For immunoblotting, equal
amounts of total proteins were separated on 10% or
7.5% polyacrylamide gels by SDS/PAGE under reducing
conditions. Membranes were blocked with 5% (w/v)
skimmed-milk powder in PBS/0.1% Tween 20 overnight
at 4 °C and incubated with the primary anti-uPAR or -
MMP-9 antibodies diluted in blocking buffer for 1 h at
room temperature. After five washes in blocking buffer,
membranes were incubated with alkaline-phosphatase-
conjugated secondary antibody diluted in blocking
buffer for 30 min at room temperature. Membranes were
finally washed twice in blocking buffer, three times in
0.1 M Tris, pH 9.5, containing 0.05 M MgCl2 and 0.1 MNaCl; specific binding was detected using Nitro Blue
Tetrazolium and 5-bromo-4-chloro-3-indolyl-phosphate
(p-toluidine salt; Pierce, Rockford, IL, USA) as
substrates and quantified by densitometry. Protein
determination was done with the bicinchoninic acid
system (Pierce) using BSA as a standard.
Statistical analysis

The results are expressed as the means ±SD of a
representative experiment performed in triplicate. The
means were compared using student’s t-test assuming
equal variances. p<0.05 was considered statistically
significant.
Results

Immunocytochemical detection of uPAR in healthy and
osteoarthritic cartilage 

Normal articular cartilage showed no signs of
surface fibrillation or cartilage erosion (Mankin’s grade
0-1). In moderately damaged OA cartilage samples, the
surface showed fibrillation, clustering of chondrocytes,
but the preserved overall thickness of cartilage
(Mankin’s grade 2-6). Severely damaged OA cartilage
showed extensive fissuring and destruction of the
extracellular matrix (Mankin’s grade 7-13).
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In all specimens of severely damaged OA cartilage
analyzed, we found chondrocytes intensively
immunostained with the anti-uPAR antibody. The uPAR-
specific staining was predominantly detectable in outer
layers of severely degenerated OA (Fig. 1b,c). In areas
of moderately damaged cartilage, chondrocytes of the
superficial layer of articular cartilage showed only a
moderate immunoreactivity (IR) for uPAR. In samples
of non-arthritic cartilage, the majority of chondrocytes
did not display any uPAR-specific staining (Fig. 1a). 
UPAR expression in IL-1ß-stimulated chondrocytes
revealed by immunoelectron microscopy

Immunoelectron microscopy using the "pre-
embedding technique" was performed to show the
particular distribution of uPAR on chondrocytes cultured
in monolayer culture on collagen type II. Immunogold
labelled uPAR was detected at the cell membrane and
cytoplasmic processes of IL-1ß-stimulated chondrocytes
(Fig. 2B), whereas unstimulated control cultures
remained unlabelled (Fig. 2A).
Expression of uPAR in IL-1ß-stimulated chondrocytes
revealed by Western blotting

To investigate whether IL-1ß stimulates the
expression of uPAR, human chondrocytes were
incubated with increasing concentrations of IL-1ß (0.1,
1, 5, 10, 50 ng/ml). Western blot experiments indicated

that IL-1ß stimulated the expression of uPAR in a dose-
dependent manner in chondrocytes in vitro (Fig. 3a,b).
High levels of uPAR protein expression were detected in
experiments with 10 and 50 ng/ml IL-1ß‚ whereas
unstimulated chondrocytes expressed uPAR only in trace
quantities. 
Densitometry

Densitometric evaluation of a representative
experiment performed in triplicate Western blot to detect
expression of uPAR by unstimulated (0) human
chondrocytes cultured on collagen type II, or
chondrocytes exposed to IL-1ß with increasing
concentrations (0.1, 1, 5, 10, 50 ng/ml) showed that the
relative uPAR expression increased compared to
chondrocytes cultured on collagen type II and in absence
of IL-1ß (Fig. 3b). 
Co-immunoprecipitation assay of uPAR and MMP-9 in
IL-1ß-stimulated chondrocytes

Co-immunoprecipitation assay was performed to
investigate IL-1ß-stimulated and unstimulated
chondrocytes for co-localization and a functional
interaction between uPAR and MMP-9.
Immunoprecipitation with uPAR antibody or normal IgG
serum followed by immunoblotting with anti-MMP-9
antibody in chondrocytes stimulated with IL-1ß (10 ng
for 1 h) revealed a protein band of 92 kDa according to
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Fig. 1. Detection of uPAR
immunoreactivity (IR) in
healthy (a) and osteoarthritic
(OA) cartilage (b, c) by the
ABC technique. a.
Chondrocytes of the
superficial layer were negative
for uPAR staining. b.
Immunodetection of uPAR in a
representative OA cartilage
sample. UPAR was detected
in a chondrocyte cell cluster in
fissured cartilage. c. Higher
magnification of the frame in
1b. UPAR immunoreactivity
was detected at the cell
membrane and in the
cytoplasm of chondrocytes.
Bar:  50 µm.



the molecular weight of MMP-9. In contrast no MMP-9
band could be shown by immunoblotting in unstimulated
chondrocytes, precipitated with uPAR (Fig. 4).
Discussion

The major findings of the present study are as
follows: (1) In arthritic samples of human cartilage, we
detected an enhanced expression of uPAR compared to
non-arthritic controls. (2) In addition, we could
demonstrate the IL-1ß-mediated uPAR synthesis in
human chondrocytes in vitro. (3) Furthermore, we found
that uPAR and MMP-9 co-localize and functionally
interact in chondrocytes stimulated with IL-1ß (as
demonstrated by co-immunoprecipitation assay). 

IL-1ß‚ is a proinflammatory cytokine with a central
role in tissue destruction in OA (Vincenti and
Brinckerhoff, 2001). Many of the catabolic events that
occur in arthritic cartilage are mediated by this cytokine
such as MMP-expression, decrease in synthesis of
cartilage-specific matrix proteins and COX-1/-2
production (Cook et al., 2000; Robbins et al., 2000).
Stimulation of chondrocytes with IL-1ß is commonly
used as an in vitro model for OA. The present study
shows an IL-1ß-stimulated expression of uPAR in
human chondrocytes which is in line with a growing
body of evidence that components of the plasminogen
activator system were induced by inflammatory
cytokines. IL-1ß affects uPA in rat granulosa and
mesangial cells (Hurwitz et al., 1995), induces the
coordinated increase in uPA and uPAR in keratinocytes
(Bechtel et al., 1996), in lung fibroblasts (Shetty et al.,
1996; Hasegawa et al., 1997) and increases the
production of uPA and PAI-1 (inhibitor of plasminogen
activator-1) in colon carcinoma cells (Tran-Thang et al.,
1996). These findings correlate with IL-1ß‚-induced
uPAR gene expression in SW 1353 chondrosarcoma
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Fig. 4. Co-immunoprecipitation assays and immunoblotting of uPAR
and MMP-9 in IL-1ß-stimulated chondrocytes and unstimulated
chondrocytes. Immunoprecipitation with uPAR antibody or normal IgG
serum (C) followed by immunoblotting with anti-MMP-9 antibody in
chondrocytes stimulated with IL-1ß (10 ng for 1h) revealed a protein
band of 92 kDa according to the molecular weight of MMP-9. In contrast
no MMP-9 band could be shown by immunoblotting in unstimulated
chondrocytes, precipitated with uPAR. Molecular weight markers are
indicated in kDa.

Fig. 3  Dose-dependence of IL-1ß-mediated increase in the expression
of uPAR. a. Immunochemical detection of uPAR by Western blot
analysis in chondrocytes stimulated with varying concentrations of IL-1ß
(0, 0.1, 1, 5, 10, 50 ng/ml) for 1 h. Molecular weight markers are
indicated in kDa. b. Densitometric quantification of uPAR synthesis
revealed by Western blot analysis in chondrocytes. Values are means ±
SD of a representative experiment performed in triplicate. 

Fig. 2. A, B. Immunoelectron microscopic demonstration of uPAR in
monolayer cultures of IL-1ß-stimulated human chondrocytes (c) by
immunogold labeling. Gold particles (10 nm) are detectable at the
plasma membrane of IL-1ß-stimulated (B) chondrocytes with antibodies
against uPAR (arrows) but not in unstimulated chondrocytes (A). 
X 50,000 



On the other hand it has previously been reported that
uPAR co-localizes with ß1-integrins and caveolae on
chondrocytes (Schwab et al., 2001). Moreover, we can
now show that uPAR co-localizes and functionally
interact with MMP-9 on the surface of IL-1ß-stimulated
chondrocyte. At present we can only speculate about this
functional interaction. One may assume that these cell
surface proteinase/receptor complexes may regulate
proteinase activity and direct pericellular proteolysis in
chondrocytes. We suggest that there may be direct cross-
talk between the serine proteinase and matrix
metalloproteinase systems in cartilage cultures by uPAR
and ß1-integrins that seem to be a central component of
these proteinase receptor complexes on chondrocyte
surface. Furthermore, more recent investigations
revealed another receptor VEGFR-3 that is regulated by
IL-1ß and co-localizes also with ß1-integrins (Shakibaei
and coworkers, in preparation). These apparently
cytokine-sensitive proteinase-receptor complexes may
influence via integrin signaling intracellular signal
transduction pathways and gene expression in
chondrocytes. Previously, we found ß1-integrins in the
cartilage extracellular matrix, the function of these
extracellular integrins remains obscure, but may be
influenced by these proteinase-associated receptor
complexes and play a role in directing pericellular
proteolysis (Shakibaei and Merker, 1999; Schulze-Tanzil
et al., 2001). 

Taken together, it appears that in arthritic conditions
cytokines induce the expression and interaction of new
surface receptors on the chondrocyte surface. These
receptors form functional complexes and interact with
cell matrix receptors such as ß1-integrins and caveolins
initiating arthritis associated signaling pathways. These
receptor complexes may represent focal regulation
points of pericellular proteolysis on the chondrocyte
surface. Inhibition of uPAR signaling in arthritis via
antagonists of the uPAI/uPAR system may be a very
promising novel approach in arthritis therapy to inhibit
degradative proteinases. IL-1ß-mediated expression of
uPAR and other arthritis associated receptors (e.g.
VEGFR-3) further supports the concept that IL-1ß-
signaling represents a major catabolic system in the
pathogenesis of osteoarticular disorders such as OA and
related rheumatic conditions.
Acknowledgements. The authors thank Mrs. B. Georgiewa and Mrs. C.
Nipproschke for the execution of the immunohistochemical preparations
and cell culture studies. Mr. J. Romahn’s and Mrs. Angelika Steuer's
technical assistance are gratefully acknowledged. This work was
supported by the Deutsche Forschungsgemeinschaft (For 308/2-1; DFG
grant Sh 48/2-4, Sh 48/2-5).

References

Bechtel M.J., Reinartz J., Rox J.M., Inndorf S., Schaefer B.M. and
Kramer M.D. (1996). Upregulation of cell-surface-associated
plasminogen activation in cultured keratinocytes by interleukin-1

cells (Vincenti and Brinckerhoff, 2001). In cultured
chondrocytes, several findings demonstrate the
expression of uPA by IL-1ß and TNF (Bunning et al.,
1987; Campbell et al., 1988), respectively. In this study
we have demonstrated that IL-1ß stimulates the
expression of uPAR, the receptor for uPA in human
chondrocytes. In contrast to findings of Fibbi et al.
(1994) we could not detect any uPAR immunoreactivity
on chondrocytes of healthy cartilage, whereas
osteoarthritic cartilage samples expressed a strong
immunoreactivity for uPAR in superficial chondrocytes.
In healthy cartilage IL-1ß expression is probably too low
to induce a significant degree of uPAR. Because IL-1ß
simultaneously stimulates the expression of ligand (uPA)
(Bunning et al., 1987; Campbell et al., 1988) and the
specific receptor (uPAR) in chondrocytes we can assume
that pericellular proteolysis must be considerably
enhanced by this proinflammatory cytokine. The binding
properties of uPAR include the active two-chain uPA and
its single-chain pro-enzyme (pro-uPA). Binding of pro-
uPA facilitates its activation to uPA, and therefore
plasmin generation, which thereby focuses proteolytic
activity to the cell surface (Ploug and Ellis, 1994). The
broad spectrum proteinase activity can directly mediate
breakdown of extracellular matrix constituents,
including fibronectin, laminin, and vitronectin (reviewed
by Saksela and Rifkin, 1988) and activates latent forms
of other proteinases, such as collagenases and
stromelysin (Mazzieri et al., 1997). Plasminogen
activator inhibitor type 1 (PAI-1) forms a covalent uPA-
PAI-1 complex which inhibits uPA activity and induces
the internalization and degradation of uPAR-bound uPA
(Nykjaer et al., 1992). In addition, cell-bound plasmin
has additional functional activities. Plasmin activates
growth factors, which are secreted as inactive
precursors, such as basic FGF (Falcone et al., 1993) and
TGF-ß (Lyons et al., 1990; Chu and Kawinski, 1998;
Pedrozo et al., 1999). Studies by Guo et al. (2002)
demonstrated that the uPA/plasminogen/plasmin
pathway is involved in the cathepsin B-mediated
activation of the latent TGF-ß. It has been shown that
plasmin is able to induce expression of cytokines such as
IL-1ß‚ and TNF-ß in monocytes. Plasmin induced
cytokine expression in monocytes is mediated by the
activation of the common transcription factors NF-κB
and AP-1 (Syrovets et al., 2001). 

In addition to its role in the regulation of pericellular
proteolysis, the localization of uPAR in caveolae and its
association with the ß1-integrin receptor (Schwab et al.,
2001) may point to further involvement of uPAR in
signaling pathways of human chondrocytes. Interaction
of uPAR with integrins and vitronectin was suggested to
regulate cancer cell invasion (Del Rosso et al., 1999).
The binding of uPA transforms uPAR from a receptor for
uPA into “activated uPAR” which causes cytoskeletal
changes, activation of kinases and cell migration (Blasi,
1999). It has been demonstrated that ß1-integrins co-
localize and interact with MMPs on chondrocytes by co-
immunoprecipitation assay (Schulze-Tanzil et al., 2001).

110
IL-1ß induced uPAR and MMPs in cartilage



beta and tumor necrosis factor-alpha. Exp. Cell Res. 223, 395-404.
Behrendt N., Ploug M., Patthy L., Houen G., Blasi F. and Dano K.

(1991). The ligand-binding domain of the cell surface receptor for
urokinase- type plasminogen activator. J. Biol. Chem. 266, 7842-
7847.

Blasi F. (1999). The urokinase receptor. A cell surface, regulated
chemokine. APMIS 107, 96-101.

Bunning R.A., Crawford A., Richardson H.J., Opdenakker G., Van
Damme J. and Russell R.G. (1987). Interleukin 1 preferentially
stimulates the production of tissue-type plasminogen activator by
human articular chondrocytes. Biochim. Biophys. Acta 924, 473-482.

Campbell I.K., Piccoli D.S., Butler D.M., Singleton D.K. and Hamilton
J.A. (1988). Recombinant human interleukin-1 stimulates human
articular cartilage to undergo resorption and human chondrocytes to
produce both tissue- and urokinase-type plasminogen activator.
Biochim. Biophys. Acta 967, 183-194.

Chu T.M. and Kawinski E. (1998). Plasmin, substi l isin-l ike
endoproteinases, tissue plasminogen activator, and urokinase
plasminogen activator are involved in activation of latent TGF-ß 1 in
human seminal plasma. Biochem. Biophys. Res. Commun. 253,
128-134.

Cook J.L., Anderson C.C., Kreeger J.M. and Tomlinson J.L. (2000).
Effects of human recombinant interleukin-1ß on canine articular
chondrocytes in three-dimensional culture. Am. J. Vet. Res. 61, 766-
770.

Del Rosso M., Fibbi G., Magnelli L., Pucci M., Dini G., Grappone C.,
Caldini R., Serni U., Colombo F. and Borella F. (1990). Modulation
of urokinase receptors on human synovial cells and osteoarthritic
chondrocytes by diacetylrhein. Int. J. Tissue React. 12, 91-100.

Del Rosso M., Fibbi G. and Matucci Cerinic M. (1999). The urokinase-
type plasminogen activator system and inflammatory joint diseases.
Clin. Exp. Rheumatol. 17, 485-498.

Falcone D.J., McCaffrey T.A., Haimovitz-Friedman A., Vergilio J.A. and
Nicholson A.C. (1993). Macrophage and foam cell release of matrix-
bound growth factors. Role of plasminogen activation. J. Biol. Chem.
268, 11951-11958.

Fibbi G., Serni U., Matucci A., Mannoni A., Pucci M., Anichini E. and Del
Rosso M. (1994). Control of the chondrocyte fibrinolytic balance by
the drug piroxicam: relevance to the osteoarthritic process. J.
Rheumatol. 21, 2322-2328.

Fibbi G., Pucci M., Serni U., Cerinic M.M. and Del Rosso M. (1998).
Antisense targeting of the urokinase receptor blocks urokinase-
dependent proliferation, chemoinvasion, and chemotaxis of human
synovial cells and chondrocytes in vitro. Proc. Assoc. Am.
Physicians 110, 340-350.

Fischer K., Lutz V., Wilhelm O., Schmitt M., Graeff H., Heiss P.,
Nishiguchi T., Harbeck N., Kessler H., Luther T., Magdolen V. and
Reuning U. (1998). Urokinase induces proliferation of human
ovarian cancer cells: characterization of structural elements required
for growth factor function. FEBS Lett. 438, 101-105.

Goggs R., Carter S.D., Schulze-Tanzil G., Shakibaei M. and Mobasheri
A. (2003). Apoptosis and the loss of chondrocyte survival signals
contribute to articular cartilage degradation in osteoarthritis. Vet. J.
166, 140-158.

Gowen M., Wood D.D., Ihrie E.J., Meats J.E. and Russell R.G. (1984).
Stimulation by human interleukin-1 of cartilage breakdown and
production of collagenase and proteoglycanase by human
chondrocytes but not by human osteoblasts in vitro. Biochim.
Biophys. Acta 797, 186–193.

Guo M., Mathieu P.A., Linebaugh B., Sloane B.F. and Reiners J.J.
(2002). Phorbol ester activation of a proteolytic cascade capable of
activating latent transforming growth factor-betaL a process initiated
by the exocytosis of cathepsin B. J. Biol. Chem. 277, 14829-14837.

Hamilton J.A., Hart P.H., Leizer T., Vitti G.F. and Campbell I.K. (1991).
Regulation of plasminogen activator activity in arthritic joints. J.
Rheumatol. Suppl. 27, 106-109.

Hasegawa T., Sorensen L., Dohi M., Rao N.V., Hoidal J.R. and Marshall
B.C. (1997). Induction of urokinase-type plasminogen activator
receptor by IL-1ß. Am. J. Respir. Cell Mol. Biol. 16, 683-692.

Herbert J.M., Lamarche I. and Carmeliet P. (1997). Urokinase and
tissue-type plasminogen activator are required for the mitogenic and
chemotactic effects of bovine fibroblast growth factor and platelet-
derived growth factor-BB for vascular smooth muscle cells. J. Biol.
Chem. 272, 23585-23591.

Hurwitz A., Finci-Yeheskel Z., Dushnik M., Milwidsky A., Shimonovitz S.,
Yagel S., Adashi E.Y. and Mayer M. (1995). Interleukin-1-mediated
regulation of plasminogen activation in pregnant mare serum
gonadotropin-primed rat granulosa cells is independent of
prostaglandin production. J. Soc. Gynecol. Invest. 2, 691-699.

Lund L.R., Ell is V., Ronne E., Pyke C. and Dano K. (1995).
Transcriptional and post-transcriptional regulation of the receptor for
urokinase-type plasminogen activator by cytokines and tumour
promoters in the human lung carcinoma cell line A549. Biochem. J.
310, 345-352.

Luther T., Magdolen V., Albrecht S., Kasper M., Riemer C., Kessler H.,
Graeff H., Muller M. and Schmitt M. (1997). Epitope-mapped
monoclonal antibodies as tools for functional and morphological
analyses of the human urokinase receptor in tumor tissue. Am. J.
Pathol. 150, 1231-1244.

Lyons R.M., Gentry L.E., Purchio A.F. and Moses H.L. (1990).
Mechanism of activation of latent recombinant transforming growth
factor beta 1 by plasmin. J. Cell Biol. 110, 1361-1367.

Mankin H.J., Dorfman H., Lippiello L. and Zarins A. (1971). Biochemical
and metabolic abnormalities in articular cartilage from osteoarthritic
human hips. II. Correlation of morphology with biochemical and
metabolic data. J. Bone Joint Surg. Am. 53, 523-537.

Martel-Pelletier J., Faure M.P., McCollum R., Mineau F., Cloutier J.M.
and Pelletier J.P. (1991). Plasmin, plasminogen activators and
inhibitor in human osteoarthritic cartilage. J. Rheumatol. 18, 1863-
1871.

Martel-Pelletier J. (1998). Pathophysiology of osteoarthrit is.
Osteoarthritis Cartilage 6, 374-376.

Mazzieri R., Masiero L., Zanetta L., Monea S., Onisto M., Garbisa S.
and Mignatti P. (1997). Control of type IV collagenase activity by
components of the urokinase-plasmin system: a regulatory
mechanism with cell-bound reactants. EMBO J. 16, 2319-2332.

Nykjaer A., Petersen C.M., Moller B., Jensen P.H., Moestrup S.K.,
Holtet T.L., Etzerodt M., Thogersen H.C., Munch M., Andreasen
P.A. and Gliemann J. (1992). Purif ied α2-macroglobulin
receptor/LDL receptor-related protein binds urokinase,.plasminogen
activator inhibitor type-1 complex. Evidence that the α2-
macroglobulin receptor mediates cellular degradation of urokinase
receptor-bound complexes. J. Biol. Chem. 267, 14543-14546.

Ogura N., Nagura H. and Abiko Y. (1999). Increase of urokinase-type
plasminogen activator receptor expression in human gingival
fibroblasts by Porphyromonas gingivalis lipopolysaccharide. J.
Periodontol. 70, 402-408.

Olesksyszyn J. and Augustine A.J. (1996). Plasminogen modulation of

111
IL-1ß induced uPAR and MMPs in cartilage



IL-1ß-stimulated degradation in bovine and human articular cartilage
explants. The role of the endogenous inhibitors: PAI-1, α2-
antiplasmin, α1-PI, α2-macroglobulin and TIMP. Inflamm. Res. 45,
464-472.

Pedrozo H.A., Schwartz Z., Robinson M., Gomes R. Dean D.D.,
Bonewald L.F. and Boyan B.D. (1999). Potential mechanisms for the
plasmin-mediated release and activation of latent transforming
growth factor ß1 from the extracellular matrix of growth plate
chondrocytes. Endocrinology 140, 5806-5816.

Ploug M. and Ellis V. (1994). Structure-function relationships in the
receptor for urokinase-type plasminogen activator. Comparison to
other members of the Ly-6 family and snake venom alpha-
neurotoxins. FEBS Lett. 349, 163-168.

Preissner K.T., Kanse S.M. and May A.E. (2000). Urokinase receptor: a
molecular organizer in cellular communication. Curr. Opin. Cell Biol.
12, 621-628.

Robbins J.R., Thomas B., Tan L., Choy B., Arbiser J.L., Berenbaum F.
and Goldring M.B. (2000). Immortalized human adult articular
chondrocytes maintain cartilage-specific phenotype and responses
to interleukin-1ß. Arthritis Rheum. 43, 2189-2201.

Saito S., Katoh M., Masumoto M., Matsumoto S. and Masuho Y. (1998).
Involvement of MMP-1 and MMP-3 in collagen degradation induced
by IL-1ß in rabbit cartilage explant culture. Life Sci. 62, 359-365.

Saksela O. and Rifkin D.B. (1988). Cell-associated plasminogen
activation: regulation and physiological functions. Annu. Rev. Cell
Biol. 4, 93-126.

Schulze-Tanzil G., de Souza P., Merker H.-J. and Shakibaei M. (2001).
Co-localization of integrins and matrix metalloproteinases in the
extracellular matrix of chondrocyte cultures. Histol. Histopathol. 16,
1081-1089.

Schulze-Tanzil G., de Souza P., Behnke B., Klingelhoefer S., Scheid A.
and Shakibaei M. (2002). Effects of the antirheumatic remedy Hox
alpha - a new stinging nettle leaf extract - on matrix
metalloproteinases in human chondrocytes in vitro. Histol.
Histopathol. 17, 477-485.

Schwab W., Gavlik J.M., Beichler T., Funk R.H., Albrecht S., Magdolen
V., Luther T., Kasper M. and Shakibaei M. (2001). Expression of the
urokinase-type plasminogen activator receptor in human articular
chondrocytes: association with caveolin and ß1-integrin. Histochem.
Cell Biol. 115, 317-323.

Serni U., Fibbi G., Anichini E., Zamperini A., Pucci M., Mannoni A.,
Matucci A., Benucci M., Del Rosso A. and Del Rosso M. (1995).
Plasminogen activator and receptor in osteoarthritis. J. Rheumatol.
Suppl. 43, 120-122.

Shakibaei M. and Merker H.-J. (1999). ß1-integrins in the cartilage
matrix. Cell Tissue Res. 296, 565-573.

Shakibaei M., Zimmermann B. and Scheller M. (1993). Endocytosis of
integrin α5‚1 (f ibronectin receptor) of mouse peritoneal
macrophages in vitro: an immunoelectron microscopic study. J.
Struct. Biol. 111, 180-189

Shakibaei M., John T., De Souza P., Rahmanzadeh R. and Merker H.J.
(1999). Signal transduction by ß1-integrin receptors in human
chondrocytes in vitro: collaboration with the insulin-like growth
factor-I receptor. Biochem. J. 342, 615-623.

Shetty S., Kumar A., Johnson A.R., Pueblitz S., Holiday D., Raghu G.
and Idell S. (1996). Differential expression of the urokinase receptor
in fibroblasts from normal and fibrotic human lungs. Am. J. Respir.
Cell Mol. Biol. 15, 78-87.

Siren V., Myohanen H., Vaheri A. and Immonen I. (1999). Transforming
growth factor ß induces urokinase receptor expression in cultured
retinal pigment epithelial cells. Ophthalmic. Res. 31, 184-191.

Syrovets T., Jendrach M., Rohwedder A., Schüle A. and Simmet T.
(2001). Plasmin-induced expression of cytokines and tissue factor in
human monocytes involves AP-1 and IKKß-mediated NF-κß
activation. Blood 97, 3941-3950.

Tran-Thang C., Kruithof E., Lahm H., Schuster W.A., Tada M. and
Sordat B. (1996). Modulation of the plasminogen activation system
by inflammatory cytokines in human colon carcinoma cells. Br. J.
Cancer 74, 846-852.

Vincenti M.P. and Brinckerhoff C.E. (2001). Early response genes
induced in chondrocytes stimulated with the inflammatory cytokine
interleukin-1ß. Arthritis Res. 3, 381-388.

Walter H., Kawashima A., Nebelung W., Neumann W. and Roessner A.
(1998). Immunohistochemical analysis of several proteolytic
enzymes as parameters of cartilage degradation. Pathol. Res. Pract.
194, 73-81.

Waltz D.A., Sailor L.Z. and Chapman H.A. (1993). Cytokines induce
urokinase-dependent adhesion of human myeloid cells. A regulatory
role for plasminogen activator inhibitors. J. Clin. Invest. 91, 1541-
1552.

Wei Y., Waltz D.A., Rao N., Drummond R.J., Rosenberg S. and
Chapman H.A. (1994). Identification of the urokinase receptor as an
adhesion receptor for vitronectin. J. Biol. Chem. 269, 32380-32388.

Wu S., Murrell G.A. and Wang Y. (2002). Interferon-alpha (Intron A)
upregulates urokinase-type plasminogen activator receptor gene
expression. Cancer Immunol. Immunother. 51, 248-254.

Accepted October 6, 2003

112
IL-1ß induced uPAR and MMPs in cartilage


