
Summary. Elevated levels of the pro-inflammatory
cytokine, interleukin-18 (IL-18) have recently been
demonstrated in osteoarthritic cartilage. However, the
effects of IL-18 on chondrocyte signalling and matrix
biosynthesis are poorly understood. Therefore, the
present study was undertaken to further characterize the
impact of IL-18 on human articular chondrocyte in vitro.

Human articular chondrocytes were stimulated with
various concentrations of recombinant human IL-18 (1,
10, 100 ng/ml) for 0, 4, 8, 12, 24, 48, 72 h in vitro. The
effects of IL-18 on the cartilage-specific matrix protein
collagen type II, the cytoskeletal protein vinculin, the
cell matrix signal transduction receptor ß-integrin, key
signalling proteins of the MAPKinase pathway (such as
SHC (Sarc Homology Collagen) and activated
MAPKinase [ERK-1/-2]), the pro-inflammatory enzyme
cyclo-oxygenase-2 (COX-2) and the apoptosis marker
activated caspase-3 were evaluated by Western blot
analysis and immunofluorescence labelling.
Morphological features of IL-18 stimulated
chondrocytes were estimated by transmission electron
microscopy. 

IL-18 lead to inhibition of collagen type II-
deposition, decreased ß-integrin receptor and vinculin
synthesis, SHC and MAPKinase activation, increased
COX-2 synthesis and activation of caspase-3 in
chondrocytes in a time- and dose-dependent manner.
Furthermore, chondrocytes treated with IL-18 exhibited
typical morphological features of apoptosis as revealed
by transmission electron microscopy.

Taken together, the results of the present study
underline key catabolic events mediated by IL-18
signalling in chondrocytes such as loss of cartilage-

specific matrix and apoptosis. Inhibition of MAPKinase
signalling is hypothesized to contribute to these features.
Future therapeutics targeting IL-18 signalling pathways
may be beneficial in rheumatoid arthritis and
osteoarthritis therapy.
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Introduction

A wide variety of predisposing factors have been
implicated in the pathogenesis of osteoarthritis (OA). A
non exclusive list of risks factors includes 1) systemic,
metabolic and endocrinological factors such as obesity
and nutritional imbalance; 2) genetic factors; 3)
mechanical factors including joint injury (acute or
chronic mechanical trauma), joint overload, muscle
weakness and tendon injuries leading to joint instability;
4) increasing age and normal wear and tear (Jackson et
al., 2001; Dieppe and Lohmander, 2005). Many of these
conditions and traumatic cartilage injuries lead to cell
stress and activation of inflammatory pathways which
provoke excessive production and secretion of pro-
inflammatory cytokines such as TNF-α and IL-1ß (Van
de Loo et al., 1995; Van der Kraan and van den Berg,
2003; Goldring and Goldring, 2004). The disturbance in
cartilage homeostasis induced by these cytokines results
in the release and activation of degradative proteases
such as matrix metalloproteinases which mediate loss of
matrix macromolecules, secretion of pro-inflammatory
mediators such as COX-2 and nitric oxide (NO) leading
to further joint inflammation and pain (Lotz, 2001;
Sandell and Aigner, 2001). Furthermore, chondrocyte
stress and excessive pro-inflammatory cytokine release
initiate enhanced chondrocyte apoptosis which has been
suggested to contribute to the pathogenesis of OA
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(Aizawa et al., 2001; Kühn et al., 2004). In contrast
Aigner et al. could show that apoptotic cell death is not a
widespread phenomenon in aging or OA knee cartilage
(Aigner et al., 2001).

Recent studies have implicated the pro-inflammatory
cytokine interleukin-18 (IL-18) in OA and other
inflammatory joint diseases (Bessis and Boissier, 2001;
Kasiwamura et al., 2002; Vervoordeldonk and Tak,
2002; Matsui et al., 2003). IL-18 appears to be involved
in various other inflammatory conditions such as
Crohn’s disease, Sjögren’s syndrome, graft-rejection and
abruptio placentae (Kasiwamura et al., 2002). IL-18 is a
member of the IL-1 family proteins that exert pro-
inflammatory and catabolic effects (Akira, 2000). It was
originally identified as IFN-α inducing factor acting
synergistically with IL-12 to increase the production of
IFN-γ (Joosten et al., 2000, 2004; Kasiwamura et al.,
2002). Many cell types such as endothelial cells,
epidermal cells, osteoblasts, chondrocytes and
synoviocytes have been shown to release IL-18
(Dinarello et al., 1998; Olee et al., 1999; Matsui et al.,
2003). Although IL-18 secretion has been demonstrated
in normal cartilage, it is significantly enhanced in
osteoarthritic cartilage (Boileau et al., 2002). IL-18 is
produced as a biologically inactive precursor of 24 kDa
that requires enzymatic processing by Interleukin
Converting Enzyme (ICE or caspase-1, the same enzyme
that activates IL-1ß) to the mature 18 kDa form (Akita et
al., 1997; Boileau et al., 2002; Kasiwamura et al., 2002).
Cytokine activity is also regulated by the endogenous
inhibitor of IL-18, the IL-18 binding protein (Banda et
al., 2003; Smeets et al., 2003). Both, IL-18 and IL-1ß
consist of similar ß-chains and bind to receptors of the
same family, the interleukin-1 receptor/toll-like receptor
superfamily. However, there are also some differences
between these cytokines: their genes are located on
different chromosomes and their biological activities
may differ because their receptors are differently
expressed and distributed in various tissues
(Kasiwamura et al., 2002; Dunne and, O`Neill, 2003).
Nevertheless, both cytokines employ a common signal-
transduction pathway leading to activation of the
transcription factor NF-κB (Kasiwamura et al., 2002). 

In a recently published study by Dai et al. the
authors investigated the synthesis of IL-18 and IL-18R
in chondrocytes as well as the effect of chondrocytes
stimulated with IL-18α. There data suggested an
expression of IL18Rα which was upregulated after
stimulation with IL-1ß. However IL18ß was only
detectable by RT-PCR and its expression could not be
enhanced by stimulation of the chondrocyte culture with
IL-1ß prior to the detection (Dai et al., 2005).

There are conflicting reports in the literature
regarding the mitogenic effects of IL-18; Cornish and
co-workers have shown that IL-18 act as a mitogen on
chondrogenic cells (Cornish et al., 2003). However, Olee
et al. (1999) reported that IL-18 inhibits the TGF-ß
induced proliferation of chondrocytes. The specific
inhibition of IL-18 leads to decreased joint swelling,

attentuation of proteoglycan inhibition and decreased
secretion of the pro-inflammatory cytokines IL-18, TNF-
α and IL-1ß (Plater-Zyberk et al., 2001). Similar results
have been found in IFN deficient mice suggesting that
these effects are IFN independent (Joosten et al., 2000).
Furthermore, IL-18 leads to increased expression of
catabolic and pro-inflammatory mediators and enzymes
such as matrix metalloproteinase-3, IL-6, COX and
iNOS (Olee et al., 1999). 

The question of whether IL-18 also affect
chondrocyte apoptosis has not yet been addressed.
Chondrocyte loss by apoptosis is a common feature in
the pathogenesis of OA, induced by pro-inflammatory
cytokines such as TNF-α (Heraud et al., 2000; Aizawa et
al., 2001; Blanco et al., 2004; D’Lima et al., 2004; Park
et al., 2005). Various apoptotic pathways are involved in
chondrocyte apoptosis (Kühn et al., 2004). In other cell
systems IL-18 has been shown to cause apoptosis
(Chandrasekar et al., 2004), but the effects of IL-18 on
apoptosis of articular chondrocytes have not been
investigated. Accordingly, the present study was
undertaken to test the hypothesis that IL-18 signalling in
chondrocytes may affect MAPKinase signal transduction
and may contribute to chondrocyte apoptosis. 

Materials and Methods

Antibodies

Polyclonal anti-collagen type-II antibody (AB746),
alkaline phosphatase linked sheep anti-mouse antibody
(AP326A), and sheep anti-rabbit antibody (AP304A)
were purchased from Chemicon International (Temecula,
CA, USA). Polyclonal anti-SHC antibody (S14630) and
monoclonal anti-ßl-integrin antibody (I41720) were
obtained from Transduction Laboratories (Hamburg,
Germany). The monoclonal anti-phospho P42/44 Erk 1/2
(M37520/M12320) antibody was purchased from
Transduction Laboratories (Hamburg, Germany). Goat-
anti-rabbit immunoglobulin conjugated with FITC
derived from Dianova (Hamburg, Germany).
Monoclonal COX-2 (160112) antibody was obtained
from Cayman Chemical (Ann Arbor, MI, USA). R&D
System, Inc., (Heidelberg, Germany) provided the
polyclonal active caspase-3 (AF835) antibody. The
monoclonal antibody against vinculin (MAB 9131) was
purchased from Sigma (München, Germany).

Growth medium and chemicals

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, 2.5 µg/ml amphotericin B, essential
amino acids and L-glutamine derived from Seromed
(Munich, Germany). Alginate, collagenase, OCT
compound embedding medium and trypsin/EDTA (EC
3.4.21.4) were obtained from Sigma (Munich,
Germany). Pronase was from Roche (Mannheim,
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Germany). Epon was obtained from Plano (Marburg,
Germany). Recombinant human IL-18 derived from
Biomol (Hamburg, Germany).

Cell culture

Cartilage from the femoral head was obtained in
patient without the history of joint disease who had
femoral neck fracture and underwent surgery. Primary
human chondrocytes were isolated enzymatically from
articular cartilage as previously described (Shakibaei and
de Souza, 1997): Non-arthritic human femoral head
articular cartilage (obtained during joint replacement
surgery for femoral neck fractures from 3 patients, mean
age 64 years, range 61-65) was cut into small slices.
Slices were rinsed several times with fresh Ham's F-12
medium and digested primarily with 1% pronase (v/v)
for 1.5 h at 37°C and subsequently with 0.2% (v/v)
collagenase for 2 h at 37°C. Cells were resuspended in
growth medium and cultured at a concentration of 2x106

cells/ml in alginate beads as previously described
(Shakibaei and de Souza, 1997; Schulze-Tanzil et al.,
2004). After a few days of culture, the chondrocytes
migrated from alginate and adhered on Petri dishes
forming a monolayer (Schulze-Tanzil et al., 2004).
These cells were cultured at 0.1x106 cells/ml in Petri
dishes in monolayer culture and on glass plates for a
period of 24 h at 37°C with 5% CO2. Serum-starved
human articular chondrocytes were exposed to various
concentrations of recombinant human IL-18 (1, 10, 100
ng/ml) for 0, 4, 8, 12, 24, 48, and 72 h.

Immunofluorescence microscopy

Chondrocytes were seeded on glass coverslips and
serum-starved before they were stimulated with 10 or
100 ng/ml IL-18 for 4, 24, 48 h or remained untreated
(control). Glass coverslips seeded with chondrocytes
were rinsed three-times in Hanks solution before fixed
with methanol for 10 min at ambient temperature (AT).
Cells were rinsed with PBS, overlaid with protease-free
bovine serum albumin (1% diluted in PBS) for 10 min at
AT, rinsed again and incubated with primary antibodies
(anti-collagen type II, anti-fibronectin, 1:50 in PBS) in a
humid chamber overnight at 4°C. They were gently
washed with PBS before incubation with secondary
antibody (goat-anti-rabbit immunoglobulin conjugated
with FITC [GAR--FITC], diluted 1:50 in PBS) for 1 h at
AT followed. Finally, cells were washed several times
with PBS, covered with fluoromount mounting medium,
and examined under a light microscope (Axiophot 100,
Zeiss, Germany). 

Transmission electron microscopy

Cells were fixed in Karnovsky-fixative for 30 min
and post-fixed in an 1% OsO4 solution (in 0.1 M
phosphate buffer). Chondrocytes were dehydrated in an
ascending alcohol series before they were embedded in

Epon, and cut at a Reichert Ultracut. 2% uranyl
acetate/lead citrate was used for contrasting these
ultrathin sections. For examination a transmission
electron microscope (TEM 10, Zeiss, Germany) was
used.

For statistical analysis, ultrathin sections of the
samples were prepared and evaluated with an electron
microscope (Zeiss EM 10). The number of cells with
morphological features of apoptotic cell death was
determined by scoring 250 cells from 30 different
microscopic fields. 

Western blot analysis

Chondrocyte cultures were washed three times with
Hanks solution and cell proteins were extracted by
incubation 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 pyrophosphate, 100 mM
sodium fluoride, 0.01% (v/v) aprotinin, 4 µ g/ml
pepstatin A, 10 µg/ml leupeptin, 1 mM PMSF) on ice for
30 min. Cell debris was removed by centrifugation and
supernatants containing the cell proteins were stored at 
-70°C until use. Total protein concentration of protein
extracts was determined using the bicinchoninic acid
system (Uptima, Interchim, Montlucon, France) using
BSA as a standard. Total protein concentrations were
adjusted and proteins were separated by SDS-PAGE (5,
7.5 and 10% gels) under reducing conditions. The
separated proteins were transferred onto nitrocellulose
membranes. Membranes were pre-incubated in blocking
buffer (5% (w/v) skimmed milk powder in PBS/0.1%
Tween 20) for 30 min, and incubated with primary
antibodies (1 h, AT). Membranes were washed three
times with blocking buffer, and incubated with alkaline
phosphatase conjugated secondary antibodies for 30
min. They were finally washed three times in 0.1 M Tris
pH 9.5 containing 0.05 M MgCl2 and 0.1 M NaCl. Nitro
blue tetrazolium and 5-bromo-4-chloro-3-indoyl-
phosphate (p-toluidine Salt; Pierce, Rockford, IL, USA)
were used as substrates to reveal alkaline phosphatase
conjugated specific antigen-antibody complexes.
Specific binding was quantified by densitometry using
"quantity one" (Bio-Rad Laboratories Inc. CA, USA).

Statistical methods

The significance of difference between group means
was determined by a Student’s t test in the program Stat
View.

Results

Decrease in collagen type II and up-regulation of
fibronectin deposition in chondrocytes by IL-18 as
revealed by immunofluorescence microscopy

Monolayer chondrocytes seeded on glass plates were
incubated with primary antibodies against collagen type
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II and fibronectin and FITC-labeled secondary
antibodies. The fluorescence intensity was estimated to
reveal the content of these extracellular matrix proteins
in the chondrocytes matrix and therewith to characterize
the cells condition. As shown in (Fig. 1) the content of
collagen type II surrounding the untreated chondrocytes
constantly increased over a period of 48 h. Furthermore,
the quantity of collagen type II decreased by IL-18
treatment in a concentration- and time-dependent
manner. After treating the cells with 100 ng/mL IL-18
for 48 h collagen type II was barely detectable.
Conversely, fibronectin synthesis (Fig. 2) increased in a
time- and dose-dependent manner. After 4 h of

incubation with 100 ng/mL IL-18 a clear increase in
fibronectin expression was be observed.

Demonstration of IL-18 induced apoptosis in
chondrocytes by transmission electron microscopy

Monolayer chondrocytes treated with IL-18 or
untreated (control) were fixed and embedded for
transmission electron microscopy. The untreated cells
appeared as viable chondrocytes exhibiting characteristic
morphological features: they exhibited round to oval
shapes with prominently large and mostly euchromatic
cell nuclei and a well structured cytoplasm (Fig. 3 A1,
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Fig. 1. Collagen type II expression on human articular chondrocytes treated with IL-18 as revealed by immunofluorescence microscopy. Chondrocytes
were serum-starved and treated with 10 (D, E, F) or 100 (G, H, I) ng/ml IL-18 for 4, 24 or 48 h or remained untreated (-, A, B, C) for the same time
points. In response to IL-18 chondrocyte collagen type II deposition decreased in a dose-dependent manner. (1-: control, chondrocytes were labelled
with secondary antibodies without incubation with primary antibodies). Magnification x 200. Bar (1cm = 50 µm).



B1, C1). The IL-18 treated cells showed characteristic
signs of degeneration, organelle destruction and
programmed cell death: increased amounts of condensed
heterochromatin in the nuclei, anular chromatin
condensation at the nuclear envelope, budding of the
nuclear envelope, clusters of swollen mitochondria,
multiple vacuoles, multiple protrusions of the cell
membrane and fragmentation of the cell into apoptotic
bodies. Furthermore, IL-18 mediated cell degeneration
and apoptosis increased in a time- and dose-dependent
manner (Fig. 3 A2, B2, C2; A3, B3, C3).

Scoring the frequency of apoptotic cells and
statistical evaluation of the data clearly highlighted

changes in the number of apoptotic and viable cells
before and after IL-18-treatment. The frequency and
total number of apoptotic cells increased in Il-18 treated
cultures in a dose and time dependent manner. The data
confirm the findings observed by immunofluorescence
and electron microscopy (Fig. 4).

Effects of IL-18 on collagen type II and vinculin synthesis
as revealed by Western Blot analysis

Immunoblotting was performed to semi-
quantitatively determine the effects of IL-18 treatment
on protein synthesis in human chondrocytes. Serum-
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Fig 2. Fibronectin expression on human articular chondrocytes in response to IL-18 as estimated by immunofluorescence microscopy. Serum-starved
chondrocytes were treated with 10 (D, E, F) or 100 (G, H, I) ng/mL IL-18 for 4, 24 or 48 h or remained untreated (-, A, B, C) for the same time periods.
In response to IL-18 chondrocyte fibronectin deposition around the chondrocytes increased in a dose-dependent manner. (2-: control, chondrocytes
were labelled with secondary antibodies without incubation with primary antibodies). Magnification x 400. Bar (1cm = 25µm).



starved chondrocytes were stimulated with 1, 10 or 100
ng/mL recombinant human IL-18 for 0, 4, 8, 12, 24, 48
and 72 h. In agreement with the immunohistochemical
investigations detailed above, the quantity of the
cartilage-specific collagen type II was already reduced
after 4 h of treatment with 1 ng/mL IL-18 (Fig. 5a). This
trend continued over 8, 12, and 24 h, until the quantity of

collagen type II was significantly decreased after 48 and
72 h of incubation. Furthermore, this effect was
dramatically intensified by the higher concentrations of
IL-18: 10 ng and 100 ng (Fig. 5b,c). The cytoskeletal
associated protein vinculin migrating at 116 kDa
decreased in response to IL-18 in a time- and dose-
dependent manner (Fig. 6 a-c).
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Fig. 3. Ultrastructural morphological alterations of chondrocytes in response to IL-18 treatment as revealed by transmission electron microscopy.
Monolayer chondrocytes were treated with 10 (A2, B2, C2) or 100 (A3, B3, C3) ng/mL IL-18 or remained untreated (control, A1, B1, C1) for 4 (A), 24
(B), 48 (C) h and immediately fixed and embedded for transmission electron microscopy. The control cells exhibited flattened, round or oval shapes.
These cells had large euchromatic nuclei and a well structured cytoplasm. In response to IL-18 treatment the cells exhibited characteristic features of
degeneration and apoptosis such as enlarged areas of condensed heterochromatin in the nuclei, budding of the nuclear envelope, clusters of swollen
mitochondria, multiple vacuoles and apoptotic bodies. These changes occurred following IL-18 treatment in a time- and dose-dependent manner.
Magnification x 2000. Bar (1cm = 5µm)
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Fig. 4. Statistical evaluation of electron microscopic data. The frequency of apoptosis in control and IL-18-treated cultures was evaluated by scoring
250 cells from 30 different microscopic fields in each situation. The graph highlights the number of pathologically altered cells in IL-18 cells compared to
control, untreated cells; mean values are shown with standard deviations (n = 3 independent experiments).

Fig. 5. Effect of IL-18 on cartilage-specific collagen type II expression by chondrocytes. Serum starved monolayer chondrocytes were treated with 1 (a),
10 (b) or 100 (c) ng/mL IL-18 or remained untreated (Ko) for 4, 8, 12, 24, 48 and 72 h and were investigated by Western blot analysis. Collagen type II
expression was inhibited in a time- and dose-dependent manner as also revealed by densitometric evaluation. The arrow in the right margin indicates
the relative position of the collagen type II α-chain [α1(II)]. Expression of the house-keeping gene ß-actin was not affected by control and treatment with
IL-18.



Synthesis of key signalling proteins of the MAPKinase
pathway and MAPKinase activation are affected by IL-18
as demonstrated by Western Blot analysis

Expression of the transmembrane signal transduction
receptor ß1-integrin was inhibited in response to IL-18

(Fig. 7a-c) and the expression of all three isoforms of the
cytoplasmatic signal adaptor protein SHC were
downregulated by IL-18 in a time- and dose-dependent
manner as also shown by densitometry (Fig. 8a-c).
Activation of MAPKinase was determined using an
antibody directed against the tyrosine-phosphorylated
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Fig. 6. Effect of IL-18 on vinculin expression by chondrocytes. Monolayer chondrocytes were treated with 1 (a), 10 (b) or 100 (c) ng/mL IL-18 or
remained untreated (Ko) for 4, 8, 12, 24, 48 and 72 h and were investigated by Western blot analysis. Vinculin expression was inhibited in a time- and
dose-dependent manner. Expression of the house-keeping gene ß-actin was not affected by control and treatment with IL-18.

Fig. 7. ß1-integrin expression on chondrocytes in response to IL-18. Protein lysates of monolayer chondrocytes treated with 1 (a), 10 (b) or 100 (c)
ng/mL IL-18 or untreated (Ko) for 4, 8, 12, 24, 48 and 72 h and were analysed by Western blot analysis using anti-ß1-integrin antibodies. ß1-integrin
expression was inhibited in a time- and dose-dependent manner. Expression of the house-keeping gene ß-actin was not affected by control and
treatment with IL-18.



protein ERK 1/2. Many proteins in the MAPKinase
cascade are activated by phosphorylation of their
tyrosine residues. Several other tyrosine-phosphorylated
proteins with apparent molecular weights of 130 and 52
kDa could be detected, which also decreased with the
dose and incubation time of IL-18. A significant
decrease in activated MAPKinase could be observed
suggesting an inhibition of MAPKinase signalling in
response to IL-18 in a dose- and time-dependent manner
(Fig. 9a-c). The phosphorylated protein bands migrating
at 42 and 44 kDa represent activated ERK-1 and -2.

Evidence of increased synthesis of COX-2 and caspase-
3 activation in response to IL-18 demonstrated by
Western Blot analysis

The proinflammatory enzyme COX-2 was induced
in chondrocytes by IL-18 treatment (Fig. 10a-c). Finally,
in order to highlight the morphological apoptotic
features, ultrastructural studies and Western blot
analyses were carried out for the apoptosis marker
activated caspase-3. Activation of caspase-3 was evident
as revealed by increase of the 17 kDa active form.
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Fig. 8. Western blot analysis for SHC expression by chondrocytes treated with IL-18. Monolayer chondrocytes were treated with 1 (a), 10 (b) or 100 (c)
ng/mL IL-18 or remained untreated for 4, 8, 12, 24, 48 and 72 h and were investigated by Western blot analysis. SHC expression was inhibited in a
time- and dose-dependent manner. Expression of the house-keeping gene ß-actin was not affected by control and treatment with IL-18.

Fig. 9. Effect of IL-18 on anti-phospho Erk1/2 by chondrocytes. Monolayer chondrocytes were treated with 1 (a), 10 (b) or 100 (c) ng/mL IL-18 or
remained untreated for 4, 8, 12, 24, 48 and 72 h and were investigated by Western blot analysis. Erk 1/2 expression was inhibited in a time- and dose-
dependent manner. Expression of the house-keeping gene ß-actin was not affected by control and treatment with IL-18.



Caspase 3 was induced by IL-18 in a time- and dose-
dependent manner (Fig. 11a-c). In the untreated cultures
caspase activation was not observed. 

Discussion

Pro-inflammatory cytokines such as TNF-α and IL-
1ß‚ are known to play a pivotal role in the pathogenesis
and progression of OA (Goldring, 2000; Lotz, 2001;
Sandell and Aigner, 2002; Dai et al., 2005). In recent

years the pro-inflammatory cytokine IL-18 has also been
implicated in the pathogenesis of osteoarthritis and
rheumatoid arthritis (Bessis and Boissier, 2001;
Vervoordeldonk and Tak, 2002). Recent investigations
have revealed that IL-18 also leads to joint inflammation
and joint destruction (Matsui et al., 2003; Joosten et al.,
2004). Adenoviral IL-18 gene transfer induces joint
inflammation and cartilage proteoglycan loss in vivo
suggesting a direct role for IL-18 in the development of
arthritis (Joosten et al., 2004). The particular effects of
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Fig. 11. Effect of IL-18 on activated caspase-3 by chondrocytes. Monolayer chondrocyte lysates were treated with 1 (a), 10 (b) or 100 (c) ng/mL IL-18
or remained untreated for 4, 8, 12, 24, 48 and 72 h and were investigated by Western blot analysis. In response to IL-18 treatment high levels of the
apoptosis marker activated caspase-3 were detected. Expression of the house-keeping gene ß-actin was not affected by control and treatment with IL-
18.

Fig. 10. Effect of IL-18 on COX-2 expression by chondrocytes. Monolayer chondrocytes were treated with 1 (a), 10 (b) or 100 (c) ng/mL IL-18 or
remained untreated for 4, 8, 12, 24, 48 and 72 h and were investigated by Western blot analysis. COX-2 expression increased in a time- and dose-
dependent manner. Expression of the house-keeping gene ß-actin was not affected by control and treatment with IL-18.



IL-18 on chondrocyte signalling and synthesis program
remain poorly understood.

The present in vitro study was undertaken to test the
hypothesis that IL-18 signalling in chondrocytes is
adversely affected by IL-18 and that this pro-
inflammatory cytokine may contribute to chondrocyte
apoptosis. The results presented support the idea that IL-
18 exerts detrimental effects on human articular
chondrocytes in vitro. IL-18 inhibited the deposition of
collagen type II. In addition, IL-18 suppressed ß1-
integrin synthesis on the chondrocytes and lead to a
decrease in the expression of SHC and vinculin.
Furthermore, activation of the MAPKinase ERK-1/2 was
clearly suppressed by IL-18 treatment. In contrast the
production of the pro-inflammatory enzyme COX-2 was
induced by IL-18. Moreover, chondrocytes treated with
IL-18 exhibited activation of caspase-3 and typical
morphological features of apoptosis as revealed by
transmission electron microscopy. These results
highlight the pro-apoptotic and catabolic capacity of IL-
18 on human chondrocytes in vitro.

IL-18 suppresses expression of carti lage matrix
components while upregulating fibronectin

The pro-inflammatory cytokines TNF-α and IL-1ß
have been shown previously to suppress the expression
of cartilage-specific extracellular matrix (ECM) proteins
such as aggrecan and collagen type II (Murakami et al.,
2000; Robbins et al., 2000; Kolettas et al., 2001;
Schulze-Tanzil et al., 2004). In response to these
mediators chondrocytes decrease synthesis of collagen
type II and aggrecan, but express the collagen types I, III
and V (Sandell and Aigner, 2001). In the present study
we have demonstrated a similar dose- and time-
dependent suppressive effect for IL-18 on collagen type
II deposition in chondrocytes. Expression of the
cytoskeletal protein vinculin was also affected by IL-18
stimulation in chondrocytes. Vinculin is localized at the
cytoplasmic faces of cell-extracellular adhesion plaques.
This cytoskeletal protein represents a key element in the
transmembrane linkage of the extracellular matrix to the
cytoplasmatic microfilament system (Shakibaei et al.,
1999). It is therefore likely that similarities exist in the
cell signalling mechanism(s) employed by transcription
factors directly activated by these three pro-
inflammatory cytokines. Our present understanding of
the mechanisms responsible for the negative regulation
of cartilage-specific matrix components in chondrocytes
stimulated by these pro-inflammatory cytokines is very
limited. While the expression of certain matrix
components decreases in osteoarthritic cartilage,
fibronectin is upregulated (Homandberg, 1999).
Proteolytic degradation of fibronectin in osteoarthritic
cartilage has been shown to produce fibronectin
fragments with enhanced capacity to induce further
cartilage degradation which may exacerbate the existing
pathology and contribute further to the osteoarthritic

processes (Homandberg, 1999). IL-18 may therefore
upregulate fibronectin expression in cartilage and
contribute to the catabolic pathway mediated by its
proteolytic fragmentation. The immunofluorescence data
presented in the present study confirms this possibility.

IL-18 inhibits expression of proteins involved in the
MAPkinase signalling pathway

It is well known that the close interaction between
cartilage-specific matrix components and chondrocytes
via cell surface signalling receptors such as integrins is
an essential prerequisite for chondrocyte survival and
maintenance of their highly differentiated phenotype
(Meredith et al., 1993; Hirsh et al., 1997; Cao et al.,
1999). In healthy cartilage chondrocytes are embedded
in an extracellular matrix whose turnover is tightly
regulated. Cell-matrix interactions are mediated by
integrins. Inhibition of cell matrix interaction is known
to lead to apoptosis (Hirsh et al., 1997; Yang et al.,
1999). Work from our laboratory has demonstrated that
activation of the MAPKinase signalling pathway is
essential for maintaining chondrocyte survival
(Shakibaei et al., 2001). The MAPKinase pathway is
known to be activated by ß1-integrins in response to
stimulation by cartilage-specific matrix components
(Shakibaei et al., 1999). The adaptor protein SHC is
activated by integrin stimulation and transduces these
signals to the MAPKinase cascade leading to ERK
activation (Barberis et al., 2000). In the present study we
observed downregulation of ß1-integrin, SHC, and
ERK1/2. These proteins represent key signalling
proteins in signal transduction of the MAPKinase
pathway (Barberis et al., 2000). Since the MAPKinase
pathway is important for survival and differentiation of
chondrocytes (Shakibaei et al., 1999, 2001), inhibition of
expression of its key components leads to chondrocyte
apoptosis (Shakibaei et al., 2001). Therefore, we can
conclude that IL-18 may interfere with MAPKinase
signalling in human articular chondrocytes.

IL-18 stimulates COX-2 in chondrocytes

To investigate the pro-inflammatory capacity of IL-
18 in chondrocytes the expression level of COX-2 was
evaluated in the presence and absence of IL-18. COX-2
is a key enzyme in the prostaglandin E2 synthesis
pathway. Increased prostaglandin E2 expression
coincides with the upregulation of the inducible COX
isoform COX-2 in response to pro-inflammatory
cytokines (Kojima et al., 2004). IL-18 has been reported
to induce COX-2 expression in articular chondrocytes
(Olee et al., 1999). In contrast, Lee et al., (2004) were
not able to demonstrate any significant COX-2
upregulation in IL-18 transduced epithelial cells (Lee et
al., 2004) suggesting that IL-18 effects on COX-2 may
also depend on the cell type or other experimental
conditions. Further catabolic and pro-inflammatory
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effects of IL-18 have been documented such as increased
matrix metalloproteinase synthesis, iNOS induction and
GAG release (Olee et al., 1999).

IL-18 contributes to chondrocyte apoptosis

It is well accepted that apoptosis induced by IL-1ß
and TNF-α plays a significant role in the pathogenesis of
osteoarthritis (Aizawa et al., 2001; Aigner and Kim,
2002). The contribution of IL-18 to this process in
chondrocytes has not yet been intensive studied or
conclusively demonstrated. Some reports exist that
describe pro-apoptotic properties of IL-18 in other cell
types: pro-apoptotic signalling of IL-18 has been
demonstrated in human cardiac endothelial cells
acompanied by decrease of anti-apoptotic factors such as
Bcl-2, Bcl-x, upregulation of Fas, FasL and various
caspases (Caspase-3, -8, -9, BID), and cytochrome C
release (Marino and Cardier, 2003; Chandrasekar et al.,
2004). Interestingly, we have also demonstrated that IL-
18 is able to induce chondrocyte apoptosis as revealed
by caspase-3 activation. Caspase-3 is a protease and a
downstream mediator of the apoptotic signalling
cascade. Activated caspases play a central role in the
execution phase of apoptosis and caspases are also
known to be associated with many morphological
features of this form of cell death (Cohen, 1997). 

The apoptotic pathways activated by IL-18 are
poorly studied. It has been assumed previously that
chondrocyte death may also be caused by loss of cell
matrix interaction via integrins (Hirsh et al., 1997;
Goggs et al., 2003; Kühn et al., 2004). Collagen type II
is particularly important for chondrocyte survival in vivo
(Yang et al., 1997). Therefore, IL-18 induced apoptosis
may also result from loss of cell-matrix interactions and
inhibition of MAPKinase pathway. Effects of IL-18 on
cell death in other cell types have been shown to be
direct and not mediated by intermediaries such as TNF-
α and IL-1ß. In addition to its role in apoptosis, caspase-
3 has a regulatory effect on IL-18: it cleaves both the
precursor and mature forms of IL-18 into biologically
inactive degraded products and may constitute a
potential down-regulator of IL-18 (Akita et al., 1997). 

The in vitro data presented in this study indicate that
IL-18 may be implicated in the catabolic and pro-
inflammatory events that characterize the pathogenesis
of osteoarthritis. Furthermore, our experimental
evidence suggests that IL-18 may contribute directly to
chondrocyte apoptosis a process closely correlated with
inhibition of MAPKinase signalling. Much work has yet
to be done to further define the particular role of IL-18
in the pathogenesis of OA and to determine whether
inhibition of IL-18 signalling may be a suitable approach
in OA therapy.

Acknowledgements. Ms. Angelika Steuer and Mrs. Angelika Hartje are
gratefully acknowledged for their excellent technical assistance. This
study was supported by a grant of the AO Foundation (grant 02-J50).

References 

Aigner T., Hemmel M., Neureiter D., Gebhard PM., Zeiler G., Kirchner T.
and McKenna L. (2001). Apoptotic cell death is not a widespread
phenomenon in normal aging and osteoarthritis human articular
knee cartilage: a study of proliferation, programmed cell death
(apoptosis), and viabil i ty of chondrocytes in normal and
osteoarthritic human knee cartilage. Arthritis Rheum. 44, 1304-12.

Aigner T. and Kim HA. (2002). Apoptosis and cellular vitality: issues in
osteoarthritic cartilage degeneration. Arthritis Rheum. 46, 1986-
1996.

Aizawa T., Kon T., Einhorn T.A. and Gerstenfeld L.C. (2001). Induction
of apoptosis in chondrocytes by tumor necrosis factor-α. J. Orthop.
Res. 19, 785-796.

Akira S. (2000). The role of IL-18 in innate immunity. Curr. Opin.
Immunol. 12, 59-63

Akita K., Ohtsuki T., Nukada Y., Tanimoto T., Namba M., Okura T.,
Takakura-Yamamoto R., Torigoe K., Gu Y., Su MS., Fuji M., Satoh-
Itoh M., Yamamoto K., Kohno K., Ikeda M. and Kurimoto M. (1997).
Involvement of caspase-1 and caspase-3 in the production and
processing of mature human interleukin-18 in monocytic THP.1
cells. J. Biol. Chem. 272, 265595-265603.

Banda N.K., Vondracek A., Kraus D., Dinarello C.A., Kim S.H., Bendela
A., Senaldi G. and Arend W.P. (2003). Mechanisms of inhibition of
collagen-induced arthritis by murine IL-18 binding protein. J.
Immunol. 170, 2100-2105.

Barberis L., Wary K.K., Fiucci G., Liu F., Hirsch E., Brancaccio M.,
Altruda F., Tarone G. and Giancotti F.G. (2000). Distinct roles of the
adaptor protein SHC and focal adhesion kinsae in integrin signaling
to ERK. J. Biol. Chem. 47, 36532-36540.

Bessis N. and Boissier M.C. (2001). Novel pro-inflammatory
interleukins: potential therapeutical targets in rheumatoid arthritis.
Joint Bone Spine 68, 477-481.

Boileau C., Martel-Pelletier J., Moldovan F., Jouzeau J.Y., Netter P.,
Manning P.T. and Pelletier J.P. (2002). The in situ up-regulation of
chondrocyte interleukin-1-converting enzyme and interleukin-18
level in experimental osteoarthritis is mediated by nitric oxide.
Arthritis Rheum. 46, 2637-47.

Cao L., Lee V., Adams M.E., Kiani C., Zhang Y., Hu W. and Yang B.B.
(1999). ß1-integrin-collagen interaction reduces chondrocyte
apoptosis. Matrix Biol. 18, 343-355.

Cohen G.M. (1997). Caspases: the executioners of apoptosis. Biochem.
J. 326, 1-16.

Chandrasekar B., Vemula K., Surabhi R.M., Li-Weber M., Owen-Schaub
L.B., Jensen L.E. and Mummidi S. (2004). Activation of intrinsic and
extrinsic proapoptotic signaling pathways in interleukin-18-mediated
human cardiac endothelial cell death. J. Biol. Chem. 279, 20221-33.

Cornish J., Gillespie M.T., Callon K.E., Horwood N.J., Mosely J.M. and
Reis I.R. (2003). Interleukin-18 is a novel mitogen of osteogenic and
chondrogenic cells. Endocrinology 144, 1194-1201.

Dai S-M., Matsuno H., Nakamura H., Hishioka K. and Yudoh K. (2004).
Interleukin-18 enhances monocyte tumor necrosis factor alpha and
interleukin-1beta production induced by direct contact with T
lymphocytes. Arthritis Rheum. 50, 432-443.

Dai S.M., Shan Z.Z., Nishioka K. and Yudoh K. (2005). Implication of
interleukin 18 in production of matrix metalloproteinases in articular
chondrocytes in arthritis: direct effect on chondrocytes may not be
pivotal. Ann. Rheum. Dis. 64, 735-742.

480

IL-18 induced apoptosis in chondrocytes



Dinarello C.A. (2002). The IL-1 family and inflammatory diseases. Clin.
Exp. Rheumatol. 20, S1-13.

Dieppe P.A. and Lohmander L.S. (2005). Pathogenesis and
management of pain in osteoarthritis. Lancet 365, 965-973.

Dunne A. and O`Neill L.A. (2003). The interleukin-1 receptor/Toll-like
receptor superfamily: signal transduction during inflammation and
host defense. Sci STKE 171, re3.

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.

Goldring M.B. (2000). The role of the chondrocyte in osteoarthritis.
Arthritis Rheum. 43, 1916-1926.

Goldring S.R. and Goldring M.B. (2004). The role of cytokines in
cartilage matrix degeneration in osteoarthritis. Clin. Orthop 427s, 27-
36

Heraud F., Heraud A. and Harmand M.F. (2000). Apoptosis in normal
and osteoarthritic human articular cartilage. Ann. Rheum. Dis 59,
959-965.

Hirsh M.S., Lunsford L.E., Trinkhaus-Randall V. and Svoboda K.K.
(1997). Chondrocyte survival and differentiation in situ are integrin
mediated. Dev. Dyn. 210, 249-263.

Homandberg G.A. (1999). Potential regulation of cartilage metabolism in
osteoarthritis by fibronectin fragments. Front.  Biosci. 4, 713-
730.

Jackson D.W., Simon T.M. and Aberman H.M. (2001). The articular
carti lage repair di lemma: symptomatic articular carti lage
degeneration. Clin. Orthop. Rel. Res. 391S, S14-S25.

Joosten L.A., van De Loo F.A., Lubberts E., Helsen M.M., Netea M.G.,
van Der Meer J.W., Dinarello C.A. and van Den Berg W.B. (2000).
An IFN-gamma-independent proinflammatory role of IL-18 in murine
streptococcal cell wall arthritis. J. Immunol. 165, 6553-6558.

Joosten L.A., Smeets R.L., Koenders M.I., van den Bersselaar L.A.,
Helse M.M., Oppers-Walgreen B., Lubberts E., Iwakura Y., van de
Loo F.A. and van den Berg W.B. (2004). Interleukin-18 promotes
joint inflammation and induces interleukin-1-driven cartilage
destruction. Am. J. Pathol. 165, 959-967.

Kasiwamura S., Ueda H. and Okamura H. (2002). Roles of Interleukin-
18 in tissue destruction and compensatory reactions. J. Immunother.
25, S4-11.

Kojima F., Naraba H., Miyamoto S., Beppu M., Aoki H. and Kawai S.
(2004). Membrane-associated prostaglandin E synthase-1 is
upregulated by proinflammatory cytokines in chondrocytes 
from patients with osteoarthritis. Arthritis Res. Ther. 6, R355-
R365.

Kolettas E., Muir H.I., Barrett J.C. and Hardingham T.E. (2001).
Chondrocyte phenotype and cell survival are regulated by culture
conditions and by specific cytokines through the expression of sox-9
transcription factor. Rheumatology 40, 1146-1156.

Kühn K., D`Lima D.D., Hashimoto S. and Lotz M. (2004). Cell death in
cartilage. Osteoarthritis Cartilage 12, 1-16.

Lee J-K., Kim S-H., Lewis E-C., Azam T., Reznikov L-L. and Dinarello
C.A. (2004). Differences in signaling pathways by IL-1ß and IL-18.
PNAS 101, 8815-8820.

Lotz M.L. (2001). Cytokines in cartilage injury and repair. Clin. Orthop.
Rel. Dis. 391S, S108-S115.

Lotz M., Hashimoto S. and Kühn K. (1999). Mechanisms of chondrocyte
apoptosis. Osteoarthritis Cartilage 7, 389-391.

Marino E. and Cardier JE. (2003). Differential effect of IL-18 on
endothelial cell apoptosis mediated by TNF-α and Fas (CD95).
Cytokine 22, 142-148.

Matsui K., Tsutsui H. and Nakanishi K. (2003). Pathophysiological roles
for IL-18 in inflammatory arthritis. Expert Opin. Ther. Targets 7, 701-
724.

Meredith J.E., Fazeli B. and Schwartz M.A. (1993). The extracellular
matrix as a cell survival factor. Mol. Biol. Cell 4, 953–961.

Moller B., Paulukat J., Nold M., Behrens M., Kukoc-Zivojnov N.,
Kaltwasser J.P., Pfeilschifter J. and Muhl H. (2003). Interferon-
gamma induces expression of interleukin-18 binding protein in
fibroblast-like synoviocytes. Rheumatology 42, 442-445.

Muratami S., Lefebvre V. and deCrombrugghe B. (2000). Potent
inhibit ion of the master chondrogenic factor sox9 gene by
interleukin-1 and tumor necrosis factor-α. J. Biol. Chem. 275, 3687-
3692.

Olee T., Hashimoto S., Quach J. and Lotz M. (1999). IL-18 is produced
by articular chondrocytes and induces pro-inflammatory and
catabolic responses. J. Immunol. 162, 1096-1100.

Plater-Zyberk C., Joosten L.A., Helsen M.M., Sattonnet-Roche P.,
Siegfried C., Alouani S., van de Loo F.A., Graber P., Aloni S., Cirillo
R., Lubberts E., Dinarello C.A., van den Berg W.B. and Chvatchko
Y. (2001). Therapeutic effect of neutralizing endogenous IL-18
activity in the collagen-induced model of arthritis. J. Clin. Invest. 108,
1825-32

Roach H.I. and Clarke N.M. (2000). Physiological cell death of
chondrocytes in vivo is not confined to apoptosis. New observations
on the mammalian growth plate. J. Bone Joint Surg. Br. 82, 601-
613.

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.

Sandell LJ. and Aigner T. (2002). Articular cartilage and changes in
arthritis: An introduction: Cell biology of osteoarthritis. Arthritis Res.
3, 107-113.

Schulze-Tanzil G., de Souza P., Villegas Castrejon H., John T., Merker
H-J., Scheid A. and Shakibaei M. (2002). Redifferentiation of
dedifferentiated human chondrocytes in high-density cultures. Cell
Tis. Res. 308, 371-379.

Schulze-Tanzil G., Mobasheri A., Sendzik J., John J. and Shakibaei M.
(2004). The effects of curcumin (diferuloylmethane) on NF-ÎB
signalling in IL-1‚-stimulated chondrocytes. Ann. NY Acad. Sci.
1030, 577-585.

Shakibaei M. and de Souza P. (1997). Differentiation of mesenchymal
limb bud cells to chondrocytes in alginate beads. Cell Biol. Int. 21,
75-86.

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.

Shakibaei M., Schulze-Tanzil G., de Souza P., John T., Rahmanzadeh
M., Rahmanzadeh R. and Merker H-J. (2001). Inhibition of mitogen-
activated protein kinase induces apoptosis of human chondrocytes.
J. Biol. Chem. 276, 13289-13294.

Smeets R.L., van de Loo F.A., Arntz O.J., Bennink M.B., Joosten L.A.
and van den Berg W.B. (2003). Adenoviral delivery of IL-18 binding
protein C ameliorates collagen-induced arthritis in mice. Gene Ther.

481

IL-18 induced apoptosis in chondrocytes



10, 1004-1011.
Van der Kraan P.M. and van den Berg WB. (2003). Anabolic and

desrtuctive mediators in osteoarthritis. Curr. Opin. Clin. Nutr. Metab.
Care 3, 205-211

Van de Loo F.A.J., Joosten L.A. van Lent P.L., Arntz O.J. and van den
Berg W.B. (1995). Role of interleukin-1, tumor necrosis factor alpha,
and interleukin-6 in cartilage proteo-glycanmetabolism and
destruction. Effect of in situ blocking in murine antigen- and

zymosan-induced arthritis. Arthritis Rheum. 38, 64–72.
Vervoordeldonk M.J. and Tak P.P. (2002). Cytokines in rheumatoid

arthritis. Curr. Rheumatol. Rep. 4, 208-217.
Yang C., Li S-W., Helminen H.J., Khillan J.S., Bao Y. and Prockop D.J.

(1997). Apoptosis of chondrocytes in transgenic mice lacking
collagen II. Exp. Cell Res. 235, 370-373.

Accepted November 11, 2006

482

IL-18 induced apoptosis in chondrocytes


