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Abstract
Introduction: Inflammatory cytokines play a key role in the pathogenesis of joint diseases such as rheumatoid
arthritis (RA). Current therapies target mainly tumor necrosis factor α (TNF-α) as this has proven benefits. However, a
large number of patients do not respond to or become resistant to anti-TNF-α therapy. While the role of TNF-α in
RA is quite evident, the role of TNF-β, also called lymphotoxin-α (LT-α), is unclear. In this study we investigated
whether TNF-β and its receptor play a role in chondrocytes in the inflammatory environment.
Methods: An in vitro model of primary human chondrocytes was used to study TNF-β-mediated inflammatory
signaling.
Results: Cytokine-induced inflammation enhances TNF-β and TNF-β-receptor expression in primary human
chondrocytes accompanied by the up-regulation of inflammatory (cyclooxygenase-2), matrix degrading
(matrix metalloproteinase-9 and -13) and apoptotic (p53, cleaved caspase-3) signaling pathways, all known to be
regulated by NF-κB. In contrast, anti-TNF-β, similar to the natural NF-κB inhibitor (curcumin, diferuloylmethane) or
the knockdown of NF-κB by using antisense oligonucleotides (ASO), suppressed IL-1β-induced NF-κB activation and
its translocation to the nucleus, and abolished the pro-inflammatory and apoptotic effects of IL-1β. This highlights,
at least in part, the crucial role of NF-κB in TNF-β-induced-inflammation in cartilage, similar to that expected for
TNF-α. Finally, the adhesiveness between TNF-β-expressing T-lymphocytes and the responding chondrocytes was
significantly enhanced through a TNF-β-induced inflammatory microenvironment.
Conclusions: These results suggest for the first time that TNF-β is involved in microenvironment inflammation
in chondrocytes during RA parallel to TNF-α, resulting in the up-regulation of NF-κB signaling and activation of
pro-inflammatory activity.

Introduction
In 1984, one of our groups isolated two different cytokines, tumor necrosis factor α (TNF-α) and TNF-β, from
macrophages and lymphocytes, respectively [1]. When we
examined them for their receptors, we found that both
cytokines bind to the same receptor [2]. Although the role
of TNF-α in a wide variety of diseases, including rheumatoid arthritis (RA), is very well-documented, very little is
known about TNF-β. Recent evidence suggests that TNF-β,
alias lymphotoxin α (LT-α), another member of the TNF
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superfamily, may play a critical role in RA [3]. TNF-β
shows 35% identity and 50% homology to TNF-α at amino
acid sequences, making it the closest homolog to TNF-α
and shows further structural similarity in tertiary and
quaternary structure, indicating similar biological activity
[2,4]. TNF-β is expressed by a variety of cells, including
T cells, B cells and natural killer (NK) cells [5]. TNF-β can
be secreted and, like TNF-α, binds with high affinity to
TNF receptors 1 and 2 (TNFR-1 and TNFR-2) [4], and it
is transiently expressed on the cell surfaces of activated B
and T cells, where it forms a complex with LT-β as an
LTα1β2 heterotrimer [6,7]. Recent evidence indicates that,
for some physiological processes, TNF and LTαβ work together as components of an integrated signaling network
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that is defined in part by communal sharing of receptors
and ligands [7].
RA is a chronic, systemic inflammatory autoimmune
disease characterized by inflammation of the synovial
joints [8]. Because of its persistent inflammatory environment, RA is accompanied by progressive joint degeneration, with pain and impairment of patients’ daily lives.
Hallmarks of RA are enhanced proliferation of fibroblastlike synoviocytes (FLSs) accompanied by an increase in
proinflammatory cytokines such as interleukin 1 (IL-1),
IL-6 and TNF-α [9,10].
IL-1β is a well-studied mediator of cartilage destruction
in osteoarthritis (OA) and RA. This mediating effect
occurs by reducing chondrocyte proteoglycan synthesis,
increasing synthesis of matrix metalloproteinases (MMPs)
and releasing nitric oxide [11,12]. IL-6 is known to enhance inflammation through its action on T and B cells as
well as monocytes and neutrophils, and it is involved in
the activation of osteoclasts [13]. TNF-α, first discovered
as an anticancer agent, is known to contribute to host
defense against infection, but it is also involved in the
pathogenesis of many diseases and plays a key role in
stimulating the inflammatory response in RA, which leads
to synovial proliferation as well as bone and cartilage
destruction [5].
Current treatment regimens for RA often target a specific cytokine to suppress inflammatory processes [14-17].
Because TNF-α plays a major role in promoting RA, its inhibition has been used for the treatment of RA with very
promising results [12,18]. Unfortunately, it has recently
been shown that many patients do not, or only slightly,
respond to anti-TNF-α therapy and that up to 50% of
patients become resistant to TNF-α therapy after five
years of treatment [19]. Furthermore, TNF-α therapy is
implicated in the increased risk of serious infections and
malignancies [20]. This set of problems demonstrates a
necessity for additional efficacious and safe alternative
therapies for RA.
Previous studies have indicated that TNF-β levels are
elevated in the serum and synovial tissue of RA and OA
patients [21-23]. A recent report demonstrated that TNF-β
stimulates proliferation and inflammatory cascade signaling in FLSs, which is a trigger and initial starting point
of RA [3]. Interestingly, in an in vivo collagen-induced
arthritis mouse model, anti-TNF-β therapy dramatically
improved the disease course comparably to anti-TNF-α
therapy [24]. Recently, pateclizumab, a TNF-β antibody,
has been evaluated in a phase I clinical trial with good
tolerance [25].
For safe and effective therapeutic use, however, more
detailed information on the role of TNF-β in RA is
needed. This is especially true regarding the interaction
between chondrocytes, as the major architects of functional joint tissue, and TNF-β, which should be evaluated
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in more detail to better understand the inflammatory and
degradative processes of RA.
In the search for effective and safe RA therapies, natural
compounds have also shown ability to suppress inflammatory processes through inhibition of TNF-α. Curcumin
(diferuloylmethane), when isolated from the rhizomes of
Curcuma longa, has strong anti-TNF-α activity and can
further suppress TNF-α production through inhibition
of nuclear factor κB (NF-κB) activation [26-28]. Also,
in chondrocytes, curcumin inhibits inflammation and
matrix degradation by suppressing NF-κB activation
[28,29]. Antisense oligonucleotides (ASOs) have been reported to selectively downregulate the translation of subcellular target genes [30,31]. ASO-based chemicals have
been developed as gene-silencing therapeutic agents for
use in clinical trials, such as cancer studies [32,33].
Therefore, because an increasing body of evidence suggests that TNF-β may play a major role in an inflammatory joint environment, we decided to find out whether
TNF-β and its receptor are expressed by primary human
chondrocytes in an in vitro model of RA and to investigate
the underlying signaling pathways.

Methods
Antibodies

Antibodies to active caspase 3, MMP-9 and MMP-13 were
purchased from R&D Systems (Heidelberg, Germany).
Anti-phospho-specific p65 (NF-κB/Ser536) was obtained
from Cell Signaling Technology (Beverly, MA, USA). AntiTNF-β, anti-TNF-α and anti-TNF-β receptor (anti-TNFβ-R) antibodies were obtained from eBioscience (Frankfurt,
Germany). Monoclonal poly(ADP-ribose) polymerase
(PARP) antibodies were purchased from Becton Dickinson (Heidelberg, Germany). Cyclooxygenase 2 (Cox-2)
antibody was obtained from Cayman Chemical (Ann
Arbor, MI, USA). Monoclonal anti-β-actin antibody
was purchased from Sigma-Aldrich Chemie (Munich,
Germany). Antibodies against p53 were obtained from
Santa Cruz Biotechnology (Santa Cruz, CA, USA).
Alkaline phosphatase–linked sheep anti-mouse and sheep
anti-rabbit secondary antibodies for immunoblotting were
purchased from EMD Millipore (Schwalbach, Germany).
Secondary antibodies used for fluorescence labeling were
purchased from Dianova (Hamburg, Germany). Gold particle–conjugated secondary antibodies were purchased
from Amersham (Braunschweig, Germany). All antibodies
were used at concentrations recommended by the manufacturers. TNF-β and polyclonal rabbit anti-TNF-β antibodies were used as described previously [34] and were
kindly provided by BB Aggarwal (The University of Texas
MD Anderson Cancer Center, Houston, TX, USA).
Bacteria-derived recombinant human TNF and LT, both
purified to homogeneity with a specific activity of 50
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million U/mg, were kindly provided by Genentech (South
San Francisco, CA, USA).
Growth media, chemicals and cytokines

Cell culture growth medium consisting of Dulbecco’s
modified Eagle’s medium/Ham’s F-12 (1:1), 10% fetal
bovine serum (FBS), 1% partricin solution, 1% penicillinstreptomycin solution (10,000 IU/10,000 IU), 75 μg/ml
ascorbic acid, 1% essential amino acids and 1% glutamine
was obtained from Seromed (Munich, Germany). Epon
was obtained from Plano (Marburg, Germany). Curcumin
with a purity greater than 95% was purchased from Indsaff
(Punjab, India) and dissolved in dimethyl sulfoxide, and a
5,000 μM stock was prepared and further diluted in cell
culture medium. This commercial source of curcumin
contains three major components: diferuloylmethane (the
most abundant and active component of turmeric) (82%)
and its derivatives demethoxycurcumin (15%) and bisdemethoxycurcumin (3%), together referred to as curcuminoids [35,36]. IL-1β was purchased from Acris Antibodies
GmbH (Herold, Germany).
Chondrocyte and T lymphocyte culture

Primary human chondrocytes (catalog no. 121 0211)
were obtained from Provitro (Berlin, Germany). Briefly,
during monolayer expansion, chondrocytes were seeded
at a density of 300,000 cells/T75 cell culture flask and
grown until 70% confluence was reached in cell culture
growth medium (10% FBS) [37]. Chondrocytes were
passaged up to two times, and passages 2 and 3 were
used in the experiments. Chondrocytes were washed
three times with serum-starved medium (containing
only 3% FBS) and further incubated for 30 minutes with
the same medium before initiation of treatment with
TNF-β and/or inhibitors. Cartilage samples were derived from patients, who provided their full informed
consent. Local ethics committee approval was provided by the Charité-University Medical School Berlin,
Germany. A human T lymphocyte cell line (Jurkat cells)
[38] was cultured in suspension with whole-cell culture
growth medium.
Time- and concentration-dependent experiments

To evaluate the effect of IL-1β on TNF-β expression
in primary human chondrocytes, time- and dosedependent experiments were carried out. Primary human chondrocytes in monolayer culture were either left
untreated or treated with 10 ng/ml IL-1β for various durations (5, 10, 20, 40 or 60 minutes) or with various concentrations of IL-1β (0, 10, 15, 20 or 25 ng/ml) for
1 hour. Whole-cell extracts were prepared, and immunoblotting was carried out as described below.
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Antisense and Lipofectin-mediated transfection in
chondrocytes

Transient transfection of primary human chondrocytes
was performed as previously described [39]. Phosphorothioate-specific oligonucleotides (21-mer) in ASOs
(sequence 5′-GAGATGCGCACTGTCCCTGGTC-3′) corresponding to NF-κB/p65 subunit mRNA and control
21-mer sense oligonucleotides (SOs) (sequence 5′-GAC
CAGGGACAGTGCGCATCTC-3′) used in the experiments were synthesized by Eurofins MWG Operon
(Ebersberg, Germany). All ASOs and SOs were phosphorothioate-modified to protect them from the cell nucleases. Transfection was carried out by incubating the
primary chondrocytes in monolayer culture for 24 hours
with 0.5 μM ASO against NF-κB or SO control and
10 μl/ml Lipofectin transfection reagent (Invitrogen,
Carlsbad, CA, USA) in serum-starved medium (3% FBS)
before starting the respective experiments. All transfection experiments were carried out on 50% confluent
monolayer cultures.
Western blot analysis and immunoblotting

Whole-cell lysates or nuclear extracts used for Western
blot analysis were prepared as previously described in
detail [40,41]. Briefly, for whole-cell extracts, proteins
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 pyrophosphate,
100 mM sodium fluoride, 0.01% (v/v) aprotinin, 4 μg/ml
pepstatin A, 10 μg/ml leupeptin, 1 mM phenylmethylsulfonyl fluoride) on ice for 30 minutes. For nuclear extracts,
chondrocytes were trypsinized and washed twice in 1 ml
of ice-cold phosphate-buffered saline (PBS). The cell pellet
was resuspended in 400 μl of hypotonic lysis buffer
containing protease inhibitors and incubated on ice for
15 minutes. Next, 12.5 μl of 10% Nonidet P-40 were
added, and the cell suspension was vigorously mixed for
15 seconds. The extracts were centrifuged for 1.5 minutes
at 14,000 × g. The supernatants (cytoplasmic extracts)
were frozen at −80°C. Ice-cold nuclear extraction buffer
(25 μl) was added to the pellets and incubated for
30 minutes with intermittent mixing. Extracts were centrifuged, and the supernatant (nuclear extracts) was transferred to the prechilled tubes for storage at −80°C. Total
protein content was measured, samples were reduced with
2-mercaptoethanol and total protein concentrations were
adjusted. After separation with SDS-PAGE under reducing
conditions, the resultant was blotted onto a membrane
using a Trans-Blot apparatus (Bio-Rad Laboratories,
Hercules, CA, USA) and blocked for 2 hours in 5%
(w/v) skimmed milk powder in PBS/0.1% Tween 20.
Membranes were incubated overnight with the primary
antibody directed against TNF-β, TNF-α, MMP-9
and −13, Cox-2, p53, cleaved caspase 3, NF-κB-p65,
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TNF-β-R, PARP and β-actin at a 1:1,000 dilution in
blocking buffer at 4°C on a shaker, washed three times
with blocking buffer, then incubated with the secondary antibody conjugated with alkaline phosphatase for
90 minutes at ambient temperature (AT). Membranes
were washed three times in 0.1 M Tris (pH 9.5) containing 0.05 M MgCl2 and 0.1 M NaCl. Specific antigen–antibody complexes were detected using nitroblue
tetrazolium and 5-bromo-4-chloro-3-indoylphosphate
(p-toluidine salt; Pierce Biotechnology, Ulm, Germany)
as substrates for alkaline phosphatase.
Immunofluorescence analysis of TNF-β, TNF-β-R and
NF-κB

The technique was performed as previously described in
detail [29]. Briefly, primary human chondrocytes were cultured until 50% confluence was reached on four-well
chamber slides or glass plates treated for the different experiments and fixated with methanol at AT for 10 minutes.
Cells were rinsed three times with PBS and overlaid with
bovine serum albumin (BSA) at AT. Primary antibodies
(TNF-β, TNF-β-R and NF-κB (1:50) in PBS/BSA) incubation was performed overnight at 4°C in a humidified
chamber, followed by incubation with rhodamine-coupled
secondary antibodies (diluted 1:80 in PBS) for 1 hour at
AT and washed again three times with aqua dest (that is,
distilled) laboratory water. Counterstaining was performed
with 4′,6-diamidino-2-phenylindole (DAPI; Sigma-Aldrich
Chemie) to visualize cell nuclei. The slides were then
covered with fluoromount mountant and examined under
a fluorescence microscope (Leica Microsystems, Wetzlar,
Germany).
Immunoelectron microscopy (preembedding technique)

Detection of TNF-β-R expression on T lymphocytes
(Jurkat cells) by immunoelectron microscopy was performed as previously described [42]. Jurkat cells were
treated with anti-TNF-β-R for 10 minutes at a concentration of 1:20 in cell culture medium, followed by treatment
with 10 nanometer goat anti-rabbit gold-conjugated secondary antibodies for an additional 10 minutes at AT
(diluted 1:30 in growth medium). Cells were fixed with 2%
glutaraldehyde for 5 minutes and postfixed in 1% OsO4
solution. After dehydration in a series of ethanol washes,
pellets were embedded in Epon and ultrathin cuts were
made on a Reichert-Jung Ultracut E microtome (Leica
Microsystems) and contrasted with a mixture of 2% uranyl
acetate/lead citrate. Sections were examined under a Zeiss
10 transmission electron microscope (Institute of Pharmacology, Berlin, Germany).
Adhesion assay interaction of chondrocytes with T cells

Primary human chondrocytes were grown to subconfluence
in a monolayer culture and either left unstimulated or
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stimulated with 1 or 10 ng/ml TNF-β for 12 hours,
washed and then cocultured with T lymphocytes (Jurkat
cells) (2 × 106/ml) for 4 hours. Subsequently, nonadherent
T cells were removed by gentle washing three times with
PBS before paraformaldehyde fixation for evaluation by
light microscopy.

Results
The aim of the present study was to evaluate the potential inflammatory and apoptotic signaling role of TNF-β
(alias LT-α) in an in vitro model of IL-1β-induced inflammatory environment, such as RA in primary human
chondrocytes. Furthermore, we evaluated signaling interactions between TNF-β and the NF-κB pathway, as well
as the potential beneficial role of curcumin in suppressing TNF-β-induced gene products that lead to inflammation, degradation and apoptosis. We purposely chose
to stimulate the inflammatory reaction in the chondrocytes with IL-1β instead of TNF-α to avoid any possible
cross-reactions between TNF-β and TNF-α signaling.
IL-1β induces TNF-β and TNF-β-R expression in human
chondrocytes

Because it is unknown whether healthy or inflamed
chondrocytes express TNF-β or TNF-β-R, we evaluated
whether IL-1β stimulates chondrocytes to express TNFβ and TNF-β-R. Primary human chondrocytes in monolayer cultures were either left untreated (Figure 1A and
1E: control (CO.), without primary antibody; Figure 1B
and 1F: basal control (Basal CO.), with primary antibody) or stimulated with 1 ng/ml IL-1β (Figure 1C and
1G) or 5 ng/ml IL-1β (Figure 1D and 1H) for 1 hour
and subjected to immunolabeling with anti-TNF-β or
anti-TNF-β-R and rhodamine-coupled secondary antibodies. DAPI counterstaining was performed to visualize
cell nuclei. We found that untreated chondrocytes had
low basal expression of TNF-β (Figure 1B) and TNF-β-R
(Figure 1F). However, inflammatory stimulation with
IL-1β markedly induced TNF-β and TNF-β-R expression
in chondrocytes at both at 1 and 5 ng/ml concentrations
(Figure 1C, 1D, 1G and 1H).
IL-1β induces TNF-β protein in a dose- and
time-dependent manner in human chondrocytes

We next examined whether the observed IL-1β-induced
expression of TNF-β in primary human chondrocytes
was time- and dose-dependent. Primary human chondrocytes were either treated with 10 ng/ml IL-1β for the
indicated time points (Figure 2A) or treated with various
concentrations of IL-1β for 1 hour (Figure 2B). Immunoblotting of whole-cell extracts shows a time-dependent
increase in TNF-β expression in chondrocytes during
IL-1β treatment, reaching a maximum production level
of TNF-β after 10 minutes (Figure 2A). Moreover, we
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Figure 1 Detection of TNF-β and TNF-β receptor expression in cultured human chondrocytes in vitro by immunofluorescence
microscopy. Primary human chondrocytes were either left untreated (Co. (A) and (E): without primary antibody; basal-co.: (B)) and (F) with
primary antibody) or treated for 1 hour with 1 ng/ml interleukin 1β (IL-1β) (C) and (G) or 5 ng/ml IL-1β (D) and (H). Immunolabeling was performed with primary antibodies for tumor necrosis factor β (TNF-β) (B) through (D) and TNF-β receptor (TNF-β-R) (E) through (H), followed by incubation with rhodamine-coupled secondary antibodies and counterstaining with 4′,6-diamidino-2-phenylindole to visualize cell nuclei. Images
shown are representative of three different experiments. Original magnification, ×400; bar, 30 nm.

observed a clear, dose-dependent correlation between
increasing dosages of IL-1β (with the strongest effect
occurring at 20 ng/ml) and markedly increasing production of TNF-β (Figure 2B).

Anti-TNF-β, ASO against NF-κB, curcumin reduce
IL-1β-induced TNF-β-, TNF-α production and NF-κBregulated proinflammatory and apoptotic proteins

Because we could demonstrate that IL-1β induces TNF-β
expression in chondrocytes, we next investigated whether
this expression is mediated through the NF-κB signaling
pathway (Figure 3). Whole-cell extracts were evaluated by
Western blot analysis after (1) primary human chondrocytes were either left untreated or treated with 10 ng/ml
IL-1β, 5 μM curcumin, 0.5 μM SO control or ASOs

against NF-κB in the presence of either 10 μl/ml Lipofectin transfection reagent or 10 ng/ml anti-TNF-β for
24 hours; or (2) cells were pretreated with 10 ng/ml IL-1β
for 1 hour followed by cotreatment with 5 μM curcumin,
0.5 μM SO control or ASOs against NF-κB in the presence
of 10 μl/ml Lipofectin transfection reagent or 10 ng/ml
anti-TNF-β for another 24 hours.
IL-1β-induced production of TNF-β and TNF-α is specifically
inhibited by curcumin, ASOs against NF-κB and
anti-TNF-β

Western blot analysis of whole-cell extracts showed specific inhibition of IL-1β-induced TNF-β as well as TNF-α
production in the presence of ASOs against NF-κB,
demonstrating that the NF-κB signaling pathway plays a
significant role in the production of TNF-β and TNF-α in
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Figure 2 IL-1β induces TNF-β protein expression in chondrocytes
in a time- and dose-dependent manner. Primary human
chondrocytes were either treated with 10 ng/ml interleukin 1β (IL-1β)
for the indicated time points (A) or treated with various concentrations
of IL-1β for 1 hour (B). Whole-cell lysates were prepared and analyzed
by Western blotting with antibodies against tumor necrosis factor β
(TNF-β). The results shown are representative of three independent
experiments. Housekeeping protein β-actin served as a loading control
in all experiments.

chondrocytes (Figure 3A). An SO control had no effect on
TNF-β or TNF-α protein expression. Treatment with the
natural NF-κB inhibitor curcumin also completely inhibited TNF-β and TNF-α production in chondrocytes.
Interestingly, treatment with anti-TNF-β inhibited not
only TNF-β but also TNF-α production, indicating a
possible negative feedback mechanism of TNF-β, which
downregulates TNF-α production.

IL-1β-induced, NF-κB-regulated, proinflammatory and
matrix-degrading proteins are inhibited by curcumin, ASOs
against NF-κB and anti-TNF-β

As IL-1β is well-known to upregulate proinflammatory
and matrix-degrading proteins in chondrocytes, all of
which are known to be regulated by NF-κB [43], we next
examined the expression of MMP-9, MMP-13 and Cox-2.
As demonstrated by immunoblotting of total cell lysates,
IL-1β-induced TNF-β production significantly enhances
MMP-9, MMP-13 and Cox-2 production and is completely blocked in the presence of ASOs against NF-κB or
curcumin (Figure 3B). An SO control had no effect on
MMP-9, MMP-13 and Cox-2 production. Treatment with
anti-TNF-β only partly blocks MMP-9, MMP-13 and
Cox-2 production, indicating that IL-1β-induced inflammatory and matrix-degrading signaling is mediated only
in part by TNF-β signaling through the NF-κB pathway.

IL-1β-induced NF-κB-dependent expression of apoptotic
proteins is specifically downregulated by curcumin, ASOs
against NF-κB and anti-TNF-β

It is well-known that the NF-κB signaling pathway is involved in cellular apoptosis in chondrocytes [43].

Figure 3 Effects of antisense oligonucleotides against NF-κB,
curcumin and anti-TNF-β on IL-1β-induced TNF-β expression,
TNF-α expression and NF-κB-regulated proinflammatory and
apoptotic proteins in human chondrocytes. Serum-starved
primary human chondrocytes were (1) either left untreated or treated
with 10 ng/ml interleukin 1β (IL-1β), 5 μM curcumin, 0.5 μM sense
oligonucleotide (SO) control or antisense oligonucleotides (ASOs)
against NF-κB in the presence of Lipofectin transfection reagent
(10 μl/ml) or 10 ng/ml anti-tumor necrosis factor β (anti-TNF-β) alone
for 24 hours; or (2) cells were pretreated with 10 ng/ml IL-1β for 1 hour,
followed by cotreatment with 5 μM curcumin, 0.5 μM SO control or
ASO against nuclear factor κB (NF-κB) in the presence of 10 μl/ml
Lipofectin transfection reagent or 10 ng/ml anti-TNF-β for 24 hours.
Whole-cell extracts were fractionated on SDS-PAGE gels and analyzed
by Western blotting with antibodies against TNF-β and TNF-α (A),
matrix metalloproteinase 9 (MMP-9), MMP-13 and cyclooxygenase 2
(COX-2) (B) and p53 and cleaved caspase 3 (C). Western blots shown
are representative of three independent experiments. Housekeeping
protein β-actin served as a loading control in all experiments.

Therefore, we next investigated whether blocking
TNF-β inhibits NF-κB-dependent apoptosis. Equal
amounts of total proteins were separated by SDSPAGE and analyzed by immunoblotting with antibodies raised against cleaved caspase 3 and p53
(Figure 3C). Transfection with ASOs against NF-κB or
treatment with the natural NF-κB inhibitor curcumin
completely inhibited cleavage of caspase 3 and p53
production. An SO control had no effect on the cleavage of caspase 3 and p53 expression. Treatment with
anti-TNF-β also completely blocked cleavage of caspase 3 and p53 production, indicating that TNF-β
might be involved in inducing apoptosis in chondrocytes through activation of caspase 3 and p53.
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IL-1β-induced phosphorylation and translocation of
NF-κB-p65 is inhibited by anti-TNF-β, ASOs against NF-κB
and curcumin

Specific ASOs against NF-κB and/or curcumin block
IL-1β-induced nuclear translocation of p65 and suppresses
TNF-β production

It has been reported that translocation of NF-κB to
the nucleus is necessary for the regulation of gene
expression by NF-κB. The translocation of activated
NF-κB is preceded by phosphorylation of the p65
subunit of NF-κB [44,45]. Therefore, we next investigated whether IL-1β-induced phosphorylation and
translocation of NF-κB is influenced by TNF-β. (1)
Primary human chondrocytes were either left untreated or treated with 10 ng/ml IL-1β, 5 μM curcumin, 0.5 μM SO control or ASOs against NF-κB in
the presence of 10 μl/ml Lipofectin transfection reagent or 10 ng/ml anti-TNF-β for 24 hours alone; or
(2) cells were pretreated with 10 ng/ml IL-1β for
1 hour followed by cotreatment with 5 μM curcumin, 0.5 μM SO control or ASOs against NF-κB in
the presence of 10 μl/ml Lipofectin transfection reagent or 10 ng/ml anti-TNF-β for another 24 hours
(Figure 4). Western blot analysis of nuclear extracts
showed that treatment with IL-1β alone or in combination with an SO control significantly induced
NF-κB activation through enhanced p65 translocation to the nucleus. However, culturing with ASOs
against NF-κB or the natural NF-κB inhibitor curcumin completely blocked IL-1β-induced NF-κB-p65
translocation to the nucleus. Furthermore, the SO
control had no inhibitory effect on IL-1β-induced
NF-κB-p65 translocation to the nucleus. Treatment
with anti-TNF-β did not completely block IL-1βinduced NF-κB-p65 translocation to the nucleus, but
resulted in a significant decrease in translocated
NF-κB-p65 to the nuclear extract (Figure 4).

On the basis of Western blotting results (Figure 4), and
to examine whether inhibition of NF-κB nuclear translocation influences IL-1β-induced TNF-β production
in chondrocytes, we performed immunocytochemical
analysis. Primary human chondrocytes in monolayer
culture (1) were either left untreated or treated for
1 hour with 10 ng/ml IL-1β; (2) were treated with
0.5 μM SO control or ASO against NF-κB in the presence of Lipofectin transfection reagent for 24 hours; or
(3) were pretreated with the natural NF-κB inhibitor
curcumin (5 μM) for 4 hours followed by cotreatment
with 10 ng/ml IL-1β for 1 hour. Immunolabeling was
then performed with primary antibodies to NF-κB-p65
(Figure 5A) and TNF-β (Figure 5B), followed by incubation with rhodamine-coupled secondary antibodies.
Counterstaining was performed with DAPI to visualize
the cell nuclei. Treatment with IL-1β alone or in combination with SO control strongly induced NF-κB activation
through enhanced p65 translocation to the nucleus. In
contrast, ASO against NF-κB and curcumin treatment
completely blocked IL-1β-induced p65 nuclear translocation (Figure 5A), indicating that SO control had no inhibitory effect on p65 translocation to the nucleus.
Treatment with IL-1β alone or IL-1β in combination
with SO control strongly induces TNF-β production in
chondrocytes (Figure 5B). Interestingly, TNF-β production is markedly suppressed in cultures treated with
IL-1β and ASO against NF-κB or IL-1β and curcumin,
indicating that, indeed, the activation of NF-κB through
p65 nuclear translocation plays an essential role in
TNF-β production in chondrocytes (Figure 5B).

Figure 4 Effects of antisense oligonucleotide against NF-κB, curcumin and anti-TNF-β on IL-1β-induced phosphorylation and
translocation of NF-κΒ-p65 in nuclear extracts in human chondrocytes. (1) Serum-starved primary human chondrocytes were either
left untreated or were treated with 10 ng/ml interleukin 1β (IL-1β), 5 μM curcumin, 0.5 μM sense oligonucleotide (SO) control or antisense oligonucleotide (ASO) against nuclear factor κB (NF-κB) in the presence of 10 μl/ml Lipofectin transfection reagent or 10 ng/ml
anti-tumor necrosis factor β (anti-TNF-β) alone for 24 hours; or (2) cells were pretreated with 10 ng/ml IL-1β for 1 hour, followed by
cotreatment with 5 μM curcumin, 0.5 μM SO control or ASO against NF-κB in the presence of 10 μl/ml Lipofectin transfection reagent or
10 ng/ml anti-TNF-β for 24 hours. Nuclear cell fractions were prepared and examined by Western blot analysis using antibodies against
phospho-specific p65 and nuclear protein poly(ADP-ribose) polymerase as a loading control. Western blots shown are representative of
three independent experiments.
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Figure 5 NF-κB-p65 localization and TNF-β expression in human chondrocytes after treatment with IL-1β and/or specific antisense
oligonucleotides against NF-κB or with curcumin. (1) Serum-starved primary human chondrocytes were either left untreated (medium) or
treated for 1 hour with 10 ng/ml interleukin 1β (IL-1β), or (2) cells were pretreated with 10 ng/ml IL-1β for 1 hour followed by cotreatment with
5 μM curcumin (Cur) for 4 hours, transfected with 0.5 μM sense oligonucleotide (SO) control or antisense oligonucleotide (ASO) against NF-κB in
the presence of 10 μl/ml Lipofectin transfection reagent for 24 hours. For immunolabeling, cells were incubated with primary antibodies against
nuclear factor κB (NF-κB)-p65 (A) or tumor necrosis factor β (TNF-β) (B), followed by incubation with rhodamine-coupled secondary antibodies
and counterstaining with 4′,6-diamidino-2-phenylindole to visualize cell nuclei. Images shown are representative of three different experiments.
Original magnification, ×400; bar, 30 nm.

IL-1β induces TNF-β-R expression in T lymphocytes

TNF-β and TNF-β-R are expressed by a variety of cells
including T cells, B cells and NK cells [5]. We performed immunoelectron microscopy [42] to investigate
whether IL-1β treatment enhances TNF-β-R expression
in T lymphocytes. T lymphocytes (Jurkat cells) were
either left untreated (Figure 6B) or treated with 5 ng/ml
IL-1β for 1 hour (Figure 6C). Immunoelectron microscopic images in Figure 6 show low basal expression of
TNF-β-R in T lymphocytes (Figure 6B). Inflammatory
stimulation with IL-1β treatment stimulated T lymphocytes to markedly enhance TNF-β-R production
(Figure 6C).
TNF-β induces TNF-β and TNF-β-R expression on surface
of chondrocytes and enhances adhesiveness to T
lymphocytes

As TNF-α is well-known to stimulate its own production [46], we next investigated whether, similarly, TNF-β

stimulates itself in chondrocytes by enhancing TNF-β and
TNF-β-R production. Primary human chondrocytes were
grown to subconfluence in monolayer culture and either
left untreated or treated with 10 ng/ml IL-1β or with 1, 5
or 50 ng/ml TNF-β for 12 hours. Western blot analysis
demonstrated a marked dose-dependent increase in
TNF-β and TNF-β-R production in chondrocytes as a result of TNF-β treatment (Figure 7A). Inflammation in RA
is mediated through recruitment of lymphocytes to the
site of inflammation [47]. Therefore, we next performed
an adhesion assay to investigate whether TNF-β-induced
inflammation in chondrocytes actively attracts lymphocytes to enhance inflammation in the RA microenvironment. Primary human chondrocytes were grown to
subconfluence in monolayer culture and treated with 0, 1
or 10 ng/ml TNF-β for 12 hours. Jurkat cells (2 × 106/ml)
were cocultured with chondrocytes and incubated for
4 hours, and the number of T lymphocytes adherent
to the surface of chondrocytes was quantified by light

Buhrmann et al. Arthritis Research & Therapy 2013, 15:R202
http://arthritis-research.com/content/15/6/R202

Page 9 of 14

Figure 6 Immunoelectron microscopic images showing tumor necrosis factor β receptor in T lymphocytes by immunogold labeling.
T lymphocytes were either left untreated without primary antibody (A) or with primary antibody (B) or treated with 5 ng/ml interleukin 1β (IL-1β)
(C). Immunogold labeling (arrows) is detected at the plasma membrane of lymphocytes with antibodies against tumor necrosis factor β receptor.
Images shown are representative of three different experiments. Original magnification, ×25,000; bar, 0.25 μm.

microscopy. Treatment with TNF-β did not morphologically change the chondrocytes. However, stimulation of
chondrocytes with increased dosages of TNF-β resulted in
an almost twofold increase in the adherence of T lymphocytes (Figure 7B and 7C), demonstrating the active role
that chondrocytes may play during RA in retaining lymphocytes in the joint, thus supporting an inflammatory
milieu and stimulating ongoing inflammation.

Discussion
The goal of this study was to evaluate the potential role
of TNF-β and its receptor in primary human chondrocytes and the underlying signaling mechanisms involved
in an in vitro model of an inflammatory environment

(Figure 8). The results presented herein led us to the following conclusions: (1) The proinflammatory cytokine
IL-1β induced TNF-β and TNF-β-R expression in chondrocytes. (2) Anti-TNF-β suppressed IL-1β-induced
TNF-β and TNF-α expression, which was associated
with the downregulation of NF-κB-dependent, proinflammatory proteins (MMPs and Cox-2) and apoptotic
proteins (p53 and cleavage of caspase 3). (3) Knockdown
of NF-κB by mRNA downregulated the expression and activation of IL-1β-induced TNF-β in human chondrocytes.
(4) IL-1β-induced NF-κB-p65 phosphorylation, and its
translocation to the nucleus was inhibited by anti-TNF-β,
curcumin or specific ASOs against NF-κB. (5) The adhesiveness between TNF-β-expressing T lymphocytes and
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Figure 7 Upregulation of TNF-β and TNF-β receptor expression in chondrocytes and adhesiveness of T lymphocytes to chondrocytes
by TNF-β. (A) Serum-starved chondrocytes were grown to subconfluence in monolayer culture and either left untreated (Co) or treated with 10 ng/ml
interleukin 1β (IL-1β) or with 1, 5 or 50 ng/ml tumor necrosis factor β (TNF-β) for 12 hours. Whole-cell lysates were prepared, and samples were
examined by Western blot analysis with antibodies against TNF-β and TNF-β receptor (TNF-βR). Western blots shown are representative of three
independent experiments. The housekeeping protein β-actin served as a loading control. (B) Chondrocytes were grown to subconfluence in
monolayer culture (spindle-shaped to elongated cells) and were either left untreated (Co) or treated with 1 or 10 ng/ml TNF-β for 12 hours,
washed and cocultured with Jurkat cells (round to ovoid cells) for 4 hours. After being washed with phosphate-buffered saline, adhesion of
T lymphocytes (arrows) to chondrocytes was evaluated by light microscopy. Original magnification, ×100; bar, 30 nm. Inset: original magnification,
×400; bar, 3 nm. (C) The number of Jurkat cells adherent to chondrocytes was estimated and quantified by counting ten microscopic fields per culture.
Chondrocytes were either left unstimulated (Co) or stimulated with 1 or 10 ng/ml TNF-β for 12 hours.

the responding chondrocytes in cocultures was significantly enhanced in a TNF-β-induced inflammatory
microenvironment.
It is known that TNF-α plays a major multifunctional
role in the pathogenesis of RA and that blocking this
proinflammatory cytokine is an effective therapeutic target for treating patients with RA. However, a significant
number of RA patients do not respond adequately to
this treatment, become resistant to anti-TNF-α therapies
or experience significant adverse side effects [19,20,48],
indicating the participation of other cytokines in the
pathogenesis of RA. Therefore, additional development
of new, more selective therapeutic targets is needed to
better control inflammation and joint destruction in RA.
Furthermore, several lines of evidence suggest that, in

addition to well-studied cytokines in RA, such as IL-1β,
IL-6 and TNF-α, other proinflammatory cytokines may
be involved [49,50]. Attention has turned especially
toward TNF-β (alias LT-α), another member of the TNF
superfamily [3] and the closest homolog to TNF-α.
Evidence indicates that TNF-β is associated with autoimmune and inflammatory diseases, and elevated synovial TNF-β levels have been found in RA patients
[21,47,51,52]. It has previously been shown that in vitro
TNF-β induces FLSs to adopt an aggressive phenotype,
proliferate and actively produce proinflammatory cytokines [3]. In addition, anti-TNF-β treatment was found
to significantly improve clinical symptoms in a collagen-induced RA mouse model. Indeed, pateclizumab,
a novel monoclonal antibody targeting TNF-β, has
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Figure 8 Schematic showing TNF-β-induced proinflammatory and apoptotic signaling pathways in primary human chondrocytes in
rheumatoid arthritis. Proinflammatory cytokines (interleukin 1β (IL-1β), tumor necrosis factor α (TNF-α) and TNF-β) reach the synovial fluid
through the bloodstream and can directly induce inflammation in chondrocytes, which leads to expression and production of cytokine
receptors such as IL-1β and TNF-β receptors in the chondrocytes. TNF-β-induced inflammatory signaling in chondrocytes is further
enhanced by upregulation of TNF-β production in T and B cells, by direct interaction of T and B cells with the chondrocytes and by autostimulation of
the chondrocytes themselves. Downstream inflammation signaling of TNF-β in chondrocytes involves nuclear factor κB (NF-κB), leading to the
production of proinflammatory mediators (IL-1β, TNF-α, TNF-β and cyclooxygenase 2 (Cox-2)), cartilage matrix degradation (matrix metalloproteinase 9
(MMP-9) and MMP-13) and apoptotic cascades (cleavage of caspase 3 and p53). The natural NF-κB inhibitor curcumin, antisense oligonucleotide
against NF-κB or anti-TNF-β treatment can disrupt the TNF-β-induced inflammatory cycle through inhibition of the NF-κB signaling cascade, thus
offering a promising therapeutic approach for inhibiting TNF-β-induced inflammatory environment in rheumatoid arthritis.

recently been evaluated in RA patients [25]. A case report
in the literature described a patient who did not respond
to anti-TNF-α therapy with infliximab, but responded well
to etanercept, a TNFR-2 crystallizable fragment fusion
protein [21]. Because TNFR-2 is a receptor not only for
TNF-α but also for TNF-β, this further indicates that
TNF-β may play a larger role in inducing and/or enhancing RA than previously believed. Despite the advances in
understanding the functional role of TNF-α in RA, little is
known about the participation of TNF-β in this disease
and remains to be elucidated.
We found that untreated primary human chondrocytes had very low expression of TNF-β, but that TNF-β
expression in chondrocytes could be significantly induced time- and dose-dependently by treatment with
the proinflammatory cytokine IL-1β. Furthermore, we
have shown that anti-TNF-β treatment completely
inhibited IL-1β-induced TNF-β and TNF-α production
in chondrocytes, indicating a possible negative feedback
mechanism in which, at least in part, TNF-α expression
is regulated by TNF-β. Interestingly, it has been previously reported that proinflammatory cytokines TNF-α
and TNF-β are strong stimulators of IL-1β [53],

indicating that these cytokines are able to induce each
other. These observations suggest that TNF-β, like
IL-1β, may be actively involved in the inflammation and
destruction that occurs in rheumatoid joints. These
considerations led us to examine whether IL-1β induces
the expression of TNF-β in chondrocytes in vitro.
Several lines of evidence suggest that proinflammatory
cytokines (IL-1β and TNF-α) activate the ubiquitous
transcription factor NF-κB, which leads to further proinflammatory cytokine expression and thus to further tissue degradation. Activated NF-κB, also in chondrocytes,
is known to be involved in the regulation of several
genes, including by infection, adhesion, cell-cycle, apoptosis, survival and inflammatory processes, by activating
IL-1β, TNF-α, IL-6, Cox-2 and MMPs [2,5,37,46,54-58].
TNF-β has been shown to possess very early similar but
less potent inflammatory potential than TNF-α [59];
however, the signaling transduction pathway of TNF-β
has not been explored in chondrocytes. Furthermore,
the natural polyphenol compound curcumin has been
shown to have strong anti-proinflammatory activity and
to be a natural NF-κB inhibitor in various cells, including chondrocytes [26-29]. NF-κB is part of an inactive
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cytoplasmic heterotrimer complex in association with
inhibitor of NF-κB, α subunit (IκBα). For activation of
gene transcription, following phosphorylation and ubiquitination, the p65 and p50 subunits dissociate from the
IκBα complex and translocate to the nucleus to bind to
NF-κB recognition sites in the promoter regions [45].
A possible mechanism underlying the inhibition of inducible NF-κB by curcumin (a natural NF-κB inhibitor)
could be its capacity to inhibit the TNF-β signaling pathways in chondrocytes. Furthermore, our results demonstrate that anti-TNF-β inhibits IL-1β-induced NF-κB
activation and its translocation to the nucleus in chondrocytes, demonstrating that TNF-β stimulates activation of
NF-κB in chondrocytes upstream of IκBα dissociation,
similarly to the signaling mechanism observed for TNF-α
or lipopolysaccharide in chondrocytes [28,60]. These
observations suggest that the TNF-β pathway may be
involved in IL-1β-induced NF-κB signaling. We also found
that anti-TNF-β, similarly to curcumin or specific ASOs
against NF-κB, inhibits the proapoptotic protein caspase 3
and p53, the matrix-degrading MMPs, as well as the inflammatory enzyme Cox-2, that are regulated by NF-κB,
suggesting the involvement of NF-κB in the regulation
of TNF-β-induced proapoptotic and degradative pathways
in cartilage. The inhibition of these proinflammatory
cytokine-specific proteins by ASOs against NF-κB and
anti-TNF-β underlines the similar characteristics that
TNF-α and TNF-β exhibit in chondrocytes. The observation that TNF-α, a major cytokine present in the rheumatoid joints, stimulates the NF-κB signaling pathway has
led to the approval of several TNF-α blockers in RA [5],
and similar considerations might be given to the use of
TNF-β in the future.
We next investigated whether inhibition of NF-κB
activation and its nuclear translocation influenced IL-1βinduced TNF-β production in chondrocytes. Previously,
our group has shown that, in the human myelomonoblastic leukemic cell line ML-1a, both TNF-α and
TNF-β induce activation of NF-κB by signaling through
TNF receptor subunits P80 and P60 [61]. In this study,
we have shown that knockdown of NF-κB by ASOs
downregulated the expression and activation of IL-1βinduced TNF-β in human chondrocytes. These results
suggest that downregulation of TNF-β by NF-κB mRNA
interference abrogates its stimulated effects on NF-κB
and the proteins involved in inflammation and apoptosis, thus highlighting the importance of the TNF-β/
NF-κB pathway during RA. To the best of our knowledge, this study is the first investigation that describes
the effects of ASOs against NF-κB on TNF-β signaling
pathways in human chondrocytes.
We observed that human chondrocytes express TNF-β
receptors; therefore, further experiments were performed
to determine their responsiveness to stimulation with
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TNF-β. In the present study, we have demonstrated that
TNF-β treatment markedly induced its own expression in
chondrocytes in a manner comparable to that of TNF-α
[46]. We have further shown that creating an inflammatory microenvironment in chondrocytes through TNF-β
stimulation enhanced the adhesiveness of T lymphocytes
to chondrocytes. Moreover, it is known that NF-κB also
regulates the expression of several genes that encode adhesion molecules such as intercellular adhesion molecule
1, vascular cell adhesion molecule 1 and E-selectin [62]
and that these in turn are responsible for the recruitment
of neutrophils, eosinophils and T lymphocytes from the
circulation to the site of inflammation in chronic inflammatory diseases. It is further known that in RA FLSs
actively bind T and B lymphocytes through LTα1β2 and induce the production of proinflammatory chemokines [63].
These results therefore suggest a new role for chondrocytes during RA in the retention of lymphocytes in the
joint in supporting an inflammatory milieu and in stimulating ongoing inflammation mediated by TNF-β/NF-κB
signaling.

Conclusions
Our study demonstrates for the first time that TNF-β is
an important regulator in activation of the NF-κB signaling pathway and its regulated proteins involved in inflammation, matrix degradation and apoptosis in human
chondrocytes in vitro. We have further shown that TNF-β
treatment stimulated chondrocytes and made them attractive for adhesion of T lymphocytes, indicating a connection between TNF-β signaling in chondrocytes and the
recruitment of T lymphocytes for the upkeep of microenvironment inflammation in the rheumatoid joint. These
results demonstrate that, during inflammation in chondrocytes, TNF-β signals similarly to TNF-α. As many patients only weakly respond to anti-TNF-α therapy, or even
become resistant to it [19], blocking of TNF-β in combination with other TNF family members may be useful in
the development of future new therapies for the treatment
of inflammatory joint diseases such as RA.
Abbreviations
ASO: Antisense oligonucleotide; AT: Ambient temperature; BSA: Bovine
serum albumin; Cox-2: Cyclooxygenase 2; ECM: Extracellular matrix; FBS: Fetal
bovine serum; IKK: IκB kinase; IL: Interleukin; LT-α: Lymphotoxin α;
MMP: Matrix metalloproteinase; NF-κB: Nuclear factor κB; OA: Osteoarthritis;
PARP: Poly(ADP-ribose) polymerase; PBS: Phosphate-buffered saline;
RA: Rheumatoid arthritis; SO: Sense oligonucleotides; TNF: Tumor necrosis
factor.
Competing interests
The authors declare that they have no competing interests.
Authors’ contributions
CB, PS and MS carried out all of the experiments and drafted the manuscript.
BBA and MS were responsible for the experiment design and data analysis.
CB, PS and MS participated in histological and immunohistochemical
analyses. BBA and MS participated in the evaluation of each experiment.

Buhrmann et al. Arthritis Research & Therapy 2013, 15:R202
http://arthritis-research.com/content/15/6/R202

BBA, CB and MS revised the paper, provided technical support and drafted
the final version of the manuscript. All authors read and approved the final
manuscript.
Acknowledgements
The authors gratefully acknowledge the excellent technical assistance
provided by Gudrun Holland of the Robert Koch Institute in Berlin and
Patricia Kraehe and Dr. Andreas Eimannsberger of Ludwig Maximilian
University of Munich.
Author details
1
Musculoskeletal Research Group, Institute of Anatomy,
Ludwig-Maximilian-University Munich, Pettenkoferstrasse 11, D-80336,
Munich, Germany. 2Investigating Institute of Molecular Biological System
Transfer, Tehran 1417863171, Iran. 3Cytokine Research Laboratory,
Department of Experimental Therapeutics, The University of Texas, MD
Anderson Cancer Center, Unit 143, 1515 Holcombe Boulevard, Houston, TX
77030, USA.
Received: 3 July 2013 Accepted: 19 November 2013
Published: 28 November 2013
References
1. Aggarwal BB, Moffat B, Harkins RN: Human lymphotoxin: production by a
lymphoblastoid cell line, purification, and initial characterization.
J Biol Chem 1984, 259:686–691.
2. Aggarwal BB, Eessalu TE, Hass PE: Characterization of receptors for human
tumour necrosis factor and their regulation by γ-interferon. Nature 1985,
318:665–667.
3. Calmon-Hamaty F, Combe B, Hahne M, Morel J: Lymphotoxin α revisited:
general features and implications in rheumatoid arthritis. Arthritis Res Ther
2011, 13:232.
4. Aggarwal BB, Kohr WJ, Hass PE, Moffat B, Spencer SA, Henzel WJ, Bringman TS,
Nedwin GE, Goeddel DV, Harkins RN: Human tumor necrosis factor:
production, purification, and characterization. J Biol Chem 1985,
260:2345–2354.
5. Aggarwal BB, Gupta SC, Kim JH: Historical perspectives on tumor necrosis
factor and its superfamily: 25 years later, a golden journey. Blood 2012,
119:651–665.
6. Gramaglia I, Mauri DN, Miner KT, Ware CF, Croft M: Lymphotoxin αβ is
expressed on recently activated naive and Th1-like CD4 cells but is
down-regulated by IL-4 during Th2 differentiation. J Immunol 1999,
162:1333–1338.
7. Ware CF: Network communications: lymphotoxins, LIGHT, and TNF.
Annu Rev Immunol 2005, 23:787–819.
8. Harris ED Jr: Rheumatoid arthritis: pathophysiology and implications for
therapy. N Engl J Med 1990, 322:1277–1289. A published erratum appears
in N Engl J Med 1990, 323:994–996.
9. Firestein GS, Alvaro-Gracia JM, Maki R: Quantitative analysis of cytokine
gene expression in rheumatoid arthritis. J Immunol 1990, 144:3347–3353.
10. Feldmann M, Brennan FM, Maini RN: Role of cytokines in rheumatoid
arthritis. Annu Rev Immunol 1996, 14:397–440.
11. Joosten LAB, Smeets RL, Koenders MI, van den Bersselaar LAM, Helsen MMA,
Oppers-Walgreen B, Lubberts E, Iwakura Y, van de Loo FAJ, van den Berg WB:
Interleukin-18 promotes joint inflammation and induces interleukin-1driven cartilage destruction. Am J Pathol 2004, 165:959–967.
12. Arend WP, Dayer JM: Cytokines and cytokine inhibitors or antagonists in
rheumatoid arthritis. Arthritis Rheum 1990, 33:305–315.
13. Kishimoto T: Interleukin-6: discovery of a pleiotropic cytokine. Arthritis Res
Ther 2006, 8:S2.
14. Aggarwal A, Misra R: Methotrexate inhibits interleukin-6 production in
patients with juvenile rheumatoid arthritis. Rheumatol Int 2003,
23:134–137.
15. Kaneko A: Tocilizumab in rheumatoid arthritis: efficacy, safety and its
place in therapy. Ther Adv Chronic Dis 2013, 4:15–21.
16. Dinarello CA: Interleukin-1 in the pathogenesis and treatment of
inflammatory diseases. Blood 2011, 117:3720–3732.
17. Nishimoto N, Yoshizaki K, Miyasaka N, Yamamoto K, Kawai S, Takeuchi T,
Hashimoto J, Azuma J, Kishimoto T: Treatment of rheumatoid arthritis
with humanized anti-interleukin-6 receptor antibody: a multicenter,
double-blind, placebo-controlled trial. Arthritis Rheum 2004, 50:1761–1769.

Page 13 of 14

18. Criscione LG, St Clair EW: Tumor necrosis factor-α antagonists for the
treatment of rheumatic diseases. Curr Opin Rheumatol 2002,
14:204–211.
19. Soliman MM, Ashcroft DM, Watson KD, Lunt M, Symmons DP, Hyrich KL,
British Society for Rheumatology Biologics Register: Impact of concomitant
use of DMARDs on the persistence with anti-TNF therapies in patients
with rheumatoid arthritis: results from the British Society for Rheumatology
Biologics Register. Ann Rheum Dis 2011, 70:583–589.
20. Bongartz T, Sutton AJ, Sweeting MJ, Buchan I, Matteson EL, Montori V:
Anti-TNF antibody therapy in rheumatoid arthritis and the risk of
serious infections and malignancies: systematic review and
meta-analysis of rare harmful effects in randomized controlled trials.
JAMA 2006, 295:2275–2285.
21. Buch MH, Conaghan PG, Quinn MA, Bingham SJ, Veale D, Emery P: True
infliximab resistance in rheumatoid arthritis: a role for lymphotoxin α?
Ann Rheum Dis 2004, 63:1344–1346.
22. O’Rourke KP, O’Donoghue G, Adams C, Mulcahy H, Molloy C, Silke C,
Molloy M, Shanahan F, O’Gara F: High levels of lymphotoxin-β (LT-β)
gene expression in rheumatoid arthritis synovium: clinical and cytokine
correlations. Rheumatol Int 2008, 28:979–986.
23. Robak T, Gladalska A, Stepién H: The tumour necrosis factor family of
receptors/ligands in the serum of patients with rheumatoid arthritis.
Eur Cytokine Netw 1998, 9:145–154.
24. Chiang EY, Kolumam GA, Yu X, Francesco M, Ivelja S, Peng I, Gribling P,
Shu J, Lee WP, Refino CJ, Balazs M, Paler-Martinez A, Nguyen A, Young J,
Barck KH, Carano RA, Ferrando R, Diehl L, Chatterjea D, Grogan JL: Targeted
depletion of lymphotoxin-α-expressing TH1 and TH17 cells inhibits
autoimmune disease. Nat Med 2009, 15:766–773.
25. Emu B, Luca D, Offutt C, Grogan JL, Rojkovich B, Williams MB, Tang MT,
Xiao J, Lee JH, Davis JC: Safety, pharmacokinetics, and biologic activity of
pateclizumab, a novel monoclonal antibody targeting lymphotoxin α:
results of a phase I randomized, placebo-controlled trial. Arthritis Res Ther
2012, 14:R6.
26. Singh S, Aggarwal BB: Activation of transcription factor NF-κB is suppressed
by curcumin (diferuloylmethane). J Biol Chem 1995, 270:24995–25000.
A published erratum appears in J Biol Chem 1995, 270:30235.
27. Chan MM: Inhibition of tumor necrosis factor by curcumin, a
phytochemical. Biochem Pharmacol 1995, 49:1551–1556.
28. Funk JL, Frye JB, Oyarzo JN, Kuscuoglu N, Wilson J, McCaffrey G, Stafford G,
Chen G, Lantz RC, Jolad SD, Sólyom AM, Kiela PR, Timmermann BN: Efficacy
and mechanism of action of turmeric supplements in the treatment of
experimental arthritis. Arthritis Rheum 2006, 54:3452–3464.
29. Shakibaei M, John T, Schulze-Tanzil G, Lehmann I, Mobasheri A: Suppression
of NF-κB activation by curcumin leads to inhibition of expression of
cyclo-oxygenase-2 and matrix metalloproteinase-9 in human articular
chondrocytes: implications for the treatment of osteoarthritis.
Biochem Pharmacol 2007, 73:1434–1445.
30. Scherer LJ, Rossi JJ: Approaches for the sequence-specific knockdown of
mRNA. Nat Biotechnol 2003, 21:1457–1465.
31. Shakibaei M, Shayan P, Busch F, Aldinger C, Buhrmann C, Lueders C,
Mobasheri A: Resveratrol mediated modulation of Sirt-1/Runx2 promotes
osteogenic differentiation of mesenchymal stem cells: potential role of
Runx2 deacetylation. PLoS One 2012, 7:e35712.
32. Pan WH, Clawson GA: Antisense applications for biological control.
J Cell Biochem 2006, 98:14–35.
33. Pirollo KF, Rait A, Sleer LS, Chang EH: Antisense therapeutics: from theory
to clinical practice. Pharmacol Ther 2003, 99:55–77.
34. Bringman TS, Aggarwal BB: Monoclonal antibodies to human tumor
necrosis factors α and β: application for affinity purification,
immunoassays, and as structural probes. Hybridoma 1987, 6:489–507.
35. Aggarwal BB, Kumar A, Bharti AC: Anticancer potential of curcumin:
preclinical and clinical studies. Anticancer Res 2003, 23:363–398.
36. Bharti AC, Donato N, Singh S, Aggarwal BB: Curcumin (diferuloylmethane)
down-regulates the constitutive activation of nuclear factor-κB
and IκBα kinase in human multiple myeloma cells, leading to
suppression of proliferation and induction of apoptosis. Blood 2003,
101:1053–1062.
37. Buhrmann C, Mobasheri A, Matis U, Shakibaei M: Curcumin mediated
suppression of nuclear factor-κB promotes chondrogenic differentiation of
mesenchymal stem cells in a high-density co-culture microenvironment.
Arthritis Res Ther 2010, 12:R127.

Buhrmann et al. Arthritis Research & Therapy 2013, 15:R202
http://arthritis-research.com/content/15/6/R202

38. Shakibaei M, Sung B, Sethi G, Aggarwal BB: TNF-α-induced mitochondrial
alterations in human T cells requires FADD and caspase-8 activation but
not RIP and caspase-3 activation. Antioxid Redox Signal 2010, 13:821–831.
39. Busch F, Mobasheri A, Shayan P, Stahlmann R, Shakibaei M: Sirt-1 is
required for the inhibition of apoptosis and inflammatory responses in
human tenocytes. J Biol Chem 2012, 287:25770–25781.
40. Shakibaei M, John T, De Souza P, Rahmanzadeh R, Merker HJ: Signal
transduction by β1 integrin receptors in human chondrocytes in vitro:
collaboration with the insulin-like growth factor-I receptor.
Biochem J 1999, 342:615–623.
41. Shakibaei M, Schulze-Tanzil G, de Souza P, John T, Rahmanzadeh M,
Rahmanzadeh R, Merker HJ: Inhibition of mitogen-activated protein kinase
kinase induces apoptosis of human chondrocytes. J Biol Chem 2001,
276:13289–13294.
42. Shakibaei M, Förster C, Merker HJ, Stahlmann R: Effects of ofloxacin on
integrin expression on epiphyseal mouse chondrocytes in vitro.
Toxicol In Vitro 1995, 9:107–116.
43. Csaki C, Mobasheri A, Shakibaei M: Synergistic chondroprotective effects
of curcumin and resveratrol in human articular chondrocytes: inhibition
of IL-1β-induced NF-κB-mediated inflammation and apoptosis.
Arthritis Res Ther 2009, 11:R165.
44. Karin M, Ben-Neriah Y: Phosphorylation meets ubiquitination: the control
of NF-κB activity. Annu Rev Immunol 2000, 18:621–663.
45. Kumar A, Takada Y, Boriek AM, Aggarwal BB: Nuclear factor-κB: its role in
health and disease. J Mol Med (Berl) 2004, 82:434–448.
46. Aggarwal BB: Signalling pathways of the TNF superfamily: a double-edged
sword. Nat Rev Immunol 2003, 3:745–756.
47. Takemura S, Braun A, Crowson C, Kurtin PJ, Cofield RH, O’Fallon WM,
Goronzy JJ, Weyand CM: Lymphoid neogenesis in rheumatoid synovitis.
J Immunol 2001, 167:1072–1080.
48. Westlake SL, Colebatch AN, Baird J, Curzen N, Kiely P, Quinn M, Choy E,
Ostor AJ, Edwards CJ: Tumour necrosis factor antagonists and the risk of
cardiovascular disease in patients with rheumatoid arthritis: a systematic
literature review. Rheumatology (Oxford) 2011, 50:518–531.
49. Dinarello CA, Kim SH: IL-32, a novel cytokine with a possible role in
disease. Ann Rheum Dis 2006, 65:iii61–iii64.
50. Dinarello CA: Interleukin-18 and the pathogenesis of inflammatory
diseases. Semin Nephrol 2007, 27:98–114.
51. Saxne T, Palladino MA Jr, Heinegård D, Talal N, Wollheim FA: Detection of
tumor necrosis factor α but not tumor necrosis factor β in rheumatoid
arthritis synovial fluid and serum. Arthritis Rheum 1988, 31:1041–1045.
52. Brennan FM, Chantry D, Jackson AM, Maini RN, Feldmann M: Cytokine
production in culture by cells isolated from the synovial membrane.
J Autoimmun 1989, 2:177–186.
53. Dinarello CA, Cannon JG, Wolff SM, Bernheim HA, Beutler B, Cerami A,
Figari IS, Palladino MA Jr, O’Connor JV: Tumor necrosis factor (cachectin) is
an endogenous pyrogen and induces production of interleukin 1.
J Exp Med 1986, 163:1433–1450.
54. Aggarwal BB: Nuclear factor-κB: the enemy within. Cancer Cell 2004,
6:203–208.
55. Cheng CY, Kuo CT, Lin CC, Hsieh HL, Yang CM: IL-1β induces expression of
matrix metalloproteinase-9 and cell migration via a c-Src-dependent,
growth factor receptor transactivation in A549 cells. Br J Pharmacol 2010,
160:1595–1610.
56. Müller M, Morotti A, Ponzetto C: Activation of NF-κB is essential for
hepatocyte growth factor-mediated proliferation and tubulogenesis.
Mol Cell Biol 2002, 22:1060–1072.
57. Tak PP, Firestein GS: NF-κB: a key role in inflammatory diseases.
J Clin Invest 2001, 107:7–11.
58. Burrage PS, Mix KS, Brinckerhoff CE: Matrix metalloproteinases: role in
arthritis. Front Biosci 2006, 11:529–543.
59. Desch CE, Dobrina A, Aggarwal BB, Harlan JM: Tumor necrosis factor-α
exhibits greater proinflammatory activity than lymphotoxin in vitro.
Blood 1990, 75:2030–2034.
60. Simmonds RE, Foxwell BM: Signalling, inflammation and arthritis: NF-κB
and its relevance to arthritis and inflammation. Rheumatology (Oxford)
2008, 47:584–590.

Page 14 of 14

61. Chaturvedi MM, LaPushin R, Aggarwal BB: Tumor necrosis factor and
lymphotoxin: qualitative and quantitative differences in the mediation of
early and late cellular response. J Biol Chem 1994, 269:14575–14583.
62. Albelda SM, Smith CW, Ward PA: Adhesion molecules and inflammatory
injury. FASEB J 1994, 8:504–512.
63. Braun A, Takemura S, Vallejo AN, Goronzy JJ, Weyand CM: Lymphotoxin
β-mediated stimulation of synoviocytes in rheumatoid arthritis.
Arthritis Rheum 2004, 50:2140–2150.
doi:10.1186/ar4393
Cite this article as: Buhrmann et al.: Evidence that TNF-β (lymphotoxin
α) can activate the inflammatory environment in human chondrocytes.
Arthritis Research & Therapy 2013 15:R202.

Submit your next manuscript to BioMed Central
and take full advantage of:
• Convenient online submission
• Thorough peer review
• No space constraints or color ﬁgure charges
• Immediate publication on acceptance
• Inclusion in PubMed, CAS, Scopus and Google Scholar
• Research which is freely available for redistribution
Submit your manuscript at
www.biomedcentral.com/submit

