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Rheumatoid arthritis (RA) is an inflammatory and destructive joint disease. Present treatment
modalities although beneficial in approximately 40% of RA patients, are insufficient to prevent
severe disability in a high number of nonresponders. Thus, new treatment approaches for RA
are required. Apoptosis is programmed cell death. Insufficient apoptosis in the inflamed RA
synovia leads to intra-articular accumulation of highly differentiated B and T lymphocytes and
invasive growth of macrophages and fibroblasts. It might also prevent response to
antirheumatic treatment. The intracellular events supporting long-term cell survival in RA
include low sensitivity to the ligation of professional death receptors (Fas and tumor necrosis
factor receptor) and the increase in caspase and mitochondrial activity inhibitors. The authors
summarize the attempts to increase apoptosis in RA by stimulation through death receptors,

targeting proteins of the inhibitor of apoptosis protein family and by using the inhibitors of
transcriptional pathways and of the cell cycle. Increasing susceptibility of RA synovia to

apoptosis may be an attractive therapy in addition to the existing treatment modalities.

Rheumatoid arthritis (RA) is the most common
inflammatory joint disease with a prevalence
approximately 1% in the general population. RA
is an important social issue affecting middle-
aged, professionally-active women and leading
to severe disability within 5 years in nearly half
of all patients. Despite using an optimal
cytokine-targeting treatment regimen, only a
small proportion of RA patients achieve remis-
sion and 28-56% of patients do not show any
signs of clinical response [11. Morphologically,
RA is characterized by the influx of inflamma-
tory leukocytes into the synovial tissues, the
uncontrolled proliferation and hyperplasia of
synovial tissue resulting in formation of pannus
on the surface of joint cartilage and the invasive
growth of hyperplastic synovial tissue into the
cartilage leading to cartilage and bone destruc-
tion. Three main cell types have been shown to
be important for the pathogenesis of RA, T and
B lymphocytes, macrophage-like synoviocytes
and fibroblast-like synoviocytes [2]. The analyses
of synovial fibroblasts from patients with RA
reveal features of transformed, long-living cells,
such as the presence of somatic mutations,
expression of oncogenes and resistance to apop-
tosis [3-5]. Resistance to apoptosis is suggested as
the main characteristic contributing to synovial
hyperplasia and joint destruction [6,7. Mecha-
nisms protecting RA synovial tissue from apop-
tosis possibly lead to a poor response to
immunomodulating drugs. Thus, increasing
susceptibility of RA synovia to apoptosis may be
a valuable addition to the existing treatment
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modalities. In this review, the authors analyze
the information regarding apoptosis dysfunction
in RA synovium and suggest possible methods of
apoptosis regulation in the clinical setting.

Apoptosis pathways

Apoptosis is a tightly regulated process of elimi-
nation of aging cells without disrupting cellular
integrity [8,9]. Two major mechanisms are known
to initiate apoptosis: extracellular, by the activa-
tion of receptors and structures on the cell mem-
brane; and intracellular, by the release of
mitochondrial content into cytoplasm. Both
pathways induce expression of apoptosis genes
and activation of the caspase cascade, resulting in
DNA fragmentation.

The extracellular/receptor-driven apoptosis
pathway is activated by the ligation of death
receptors (DR3, DR4 and DR5), belonging
structurally to the tumor necrosis factor (TNF)
receptor family, or by the activation of Fas
(CD95) by its interaction with the Fas ligand
(FasL). The FasL—Fas interaction forms the
basis for T-cell-mediated cytotoxicity, while
TNF-receptor-mediated apoptosis occurs in
macrophages, fibroblasts and dendritic cells.
Besides TNF, DRs 4 and 5 are activated by
TNF-related  apoptosis-inducing ligands
(TRAILs). Following linking and oligomeriza-
tion of Fas or DRs, the cytoplasmatic part of the
receptor recruits adaptor molecules (Fas associ-
ated death domain [FADD] or TNF-receptor-
associated death domain [TRADD]) activating
caspase 8 and the remaining downstream
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caspases. Besides the activation of effector cas-
pases, caspase 8 cleaves a proapoptotic protein,
Bid, triggering a mitochondria-related pathway.

The initiation of intracellular/mitochondrial
mechanism triggered apoptosis occurs following
the release of cytochrome C and/or second
mitochondria-derived activators of caspase
(Smac/DIABLO) from mitochondria into cyto-
plasm. In the cytosole, cytochrome C binds to
apoptotic peptidase-activating factor (Apaf)-1
and triggers its complex formation with
caspase 9. Smac/DIABLO acts as a proapoptotic
protein by directly binding the proteins of the
inhibitor of apoptosis proteins (I1APs) family,
preventing them from interaction with caspases.
The activation of effector caspase 3, by
Apaf-1/caspase 9 or caspase 8, initiates a serial
cleavage and the activation of downstream cas-
pases, resulting in cleavage of protein kinases,
cytoskeletal proteins, DNA repair proteins,
inhibitor subunits of endonuclease and destruc-
tion of housekeeping cellular functions. The
described changes lead ultimately to morpho-
logical manifestations of apoptosis, such as
DNA condensation and fragmentation and
membrane blebbing.

Mechanisms regulating apoptosis
FasL—Fas signaling is inhibited by Fas-associ-
ated phosphatase (FAP)-1, FADD-like inter-
leukin (IL)-1p-converting enzyme inhibitory
protein (FLIP) and soluble decoy receptors.
These decoy receptors antagonize stimulation
of Fas by competing with the FasL. Cyto-
chrome C release is regulated by the group of
proteins named the Bcl-2 family. The Bcl-2
family includes proapoptotic members, such as
Bax, Bak, Bad, Bcl-Xs, Bid, Bik, Bim and Hrk,
and anti-apoptotic members such as Bcl-2,
Bel-XL, Bel-W, Bfl-1 and Mcl-1, blocking the
release of cytochrome C. The balance between
Bcl-2 and Bax determines the fate of the cell.
Bcl-2 is named for its role in B-cell lymphoma,
as it was the first proto-oncogene identified
that promotes neoplastic expansion not by
driving cell division, but rather by preventing
cell death [10]. The caspases downstream of cas-
pase 3 are controlled by the family of 1APs. The
IAP family consists of XIAP, clAP-1 and -2,
NIAP, Bruce, survivin and livin. The I1APs stop
apoptosis by binding directly to and degrading
active caspases.

Recent studies indicate that molecules control-
ling cell-cycle check points such as p53 are tightly
connected with the regulation of apoptosis. p53

is a primary component of cell-cycle regulation,
controlling the G; and G, check points [11]. The
p53 protein functions as a transcription factor
regulating downstream genes important in cell-
cycle arrest, DNA repair and apoptosis. After
DNA damage, p53 holds the cell at a G; check-
point preventing the progression of the cell cycle
until DNA damage can be repaired. If the dam-
age is irreversible, apoptosis will ensue. p53
mediates apoptosis through the induction of
proapoptotic proteins Bax, noxa and Perp, and
simultaneously inactivating the gene of anti-
apoptotic survivin [12. The loss or malfunction-
ing of p53 leads to inhibition of apoptosis and
accumulation of individual mutations typical for
a long-living cell.

Nuclear factor (NF) B is a nuclear tran-
scription factor that regulates expression of a
large number of genes involved in inflamma-
tion and apoptosis. NF«B has been shown to
have both anti- and proapoptotic functions that
are determined by the nature of the death stim-
uli. Under physiological conditions, the activa-
tion of NF«xB induces resistance to apoptosis
through the activation of TNF-receptor-associ-
ated factor, IAP and XIAP. However, in certain
circumstances, activation of NF«B leads to the
activation of proapoptotic proteins, such as
interferon-regulated factor 1, c-myc, p53, and
caspase 1. PI3 kinase is a multifunctional kinase
playing a central role in the cell survival,
proliferation, motility and tissue neovasculari-
zation. PI3-kinase activates the kinase Akt and
exerts dual effects on apoptosis: both phospho-
rylating 1B and liberating active NF«B,
combined with activating Mdm2, which blocks
p53, phosphorylates antiapoptotic Bad and
inactivates caspase 9. Akt kinase is regulated by
the phosphate and tensin homolog (PTEN)
tumor suppressor which functions as a
phosphatase, possessing both lipid and protein
phosphatase activity invitro. PTEN is the
second most frequently mutated human
tumor-suppressor gene after p53 [13].

Intracellular degradation of proteins is
achieved by the proteasome complex. The
binding of ubiquitin molecules to lysine resi-
dues in proteins is one way to destine the pro-
tein for degradation by the S26 proteasome, the
multicatalytic protease. By contrast, the bind-
ing of sentrin to a protein will protect the pro-
tein from degradation. The ubiquitination
determines the activity and concentration of
the apoptosis regulating Fas- and TNF-receptor
adaptive proteins, proteins of the Bcl family
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and IAPs, as well as the fate of transcription fac-
tors p53, stress kinases and inhibitory proteins
of the 1«B family.

Pro- & anti-apoptosis activities in RA
Multiple disturbances in the apoptotic machinery
have been observed in synovia of RA patients.
Inflammation with accumulation of cytokines
and other products from activated macrophages
and lymphocytes results in the upregulation of
NF«B and PI3 kinase activity. Activation of
NF«B and PI3 kinase signaling makes RA syno-
vial cells insensitive to TNF-mediated apoptosis.
By contrast, TNF induces synovial lymphocytes
to proliferate. Neither inhibition of NF«B nor
P13 kinase alone induces apoptosis in RA syno-
vial fibroblasts. However, the neutralization of
NFkB and PI3 kinase makes the RA cells suscep-
tible to TNF-mediated apoptosis. RA synovial
T cells and fibroblasts express Fas, but not FasL,
and do not undergo spontaneous apoptosis
in vivo. However, 20-90% of cells are sensitive to
Fas-mediated apoptosis in experimental condi-
tions. Increased levels of soluble Fas, neutralizing
FasL stimulation, in RA synovial fluid have been
suggested as a possible explanation for the low
apoptotic rate in the Fas-positive cells in the RA
synovium [14]. Fas-deficient mice spontaneously
developed chronic synovitis, which further sup-
ports the importance of the disruption of
Fas—FasL signaling in the pathogenesis of RA [15].
Moreover, erosive arthritis will develop following
exposure of these mice to bacterial infection [16).
Resistance to Fas-induced apoptosis in RA
synovium correlates with a marked increase in
expression of sentrin-1[17. Binding of sen-
trin-1/small ubiquitin-related modifier (SUMO)
to a given protein results in the prevention of
ubiquitin-related processing and degradation of
the protein. Sentrin-mediated protection has
been shown for a number of proteins, including
p53 and IkBa. Overexpression of synoviolin,
described recently as ubiquitin ligase, is also
associated with apoptosis recovery [1s].
Upregulation of antiapoptotic molecules
belonging to the Bcl family and the caspase 8
inhibitor FLIP has been reported repeatedly in
RA 1191 and has been shown to contribute to the
pathogenesis of experimental arthritis [20,21].
Among the antiapoptotic genes, Bcl-xL, survivin
and Bcl-2 were reported to be overexpressed in
RA fibroblast-like cells and T cells, suggesting
deficient control of synovial hyperplastic
growth. It has been shown recently that the
expression of Bcl-2 and Bel-xL in synovial tissue
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is enhanced following stimulation with IL-15. In
addition, increasing apoptosis of RA synovial
fibroblasts occurs when IL-15 stimulation is
stopped [20]. The presence of extracellular sur-
vivin in blood and synovial fluid of RA patients
was associated with destructive joint disease [22].
Less is known regarding the role of mito-
chondria-induced apoptosis in the pathogenesis
of joint inflammation. Recent studies on syno-
vial fluid showed the low cytochrome C pool in
inflamed RA joints [23].

Overexpression of p53 in the synovial tissue of
RA patients has been reported in several
studies [24,25]. Further studies on the cell-cycle reg-
ulators indicated that p53 in RA synovia is
active 26]. It has been suggested that p53 has a pro-
tective role preventing synovial hyperthrophy and
invasive growth in RA by abrogation of the cell
cycle and inducing apoptosis [25,27]. Somatic muta-
tions in the p53 gene have been reported in RA
synoviocytes and mononuclear cells, but not in
RA skin or control osteoarthritis synovium [24,2g].
Strikingly, overexpression of p53 was present in the
synovial tissue of RA patients, independently of
proliferation and even during the remission of
articular inflammation [2629]. Finally, the direct
pathogenetic role of p53 mutation in RA was
proved by demonstration of an increased cellular-
ity and severe cartilage destructions in the p53
knockout mice [30].

Influence of contemporary
antirheumatic treatment on apoptosis
Modern treatment of RA is based on the use of a
dihydrofolate reductase inhibitor, methotrexate
(MTX). Although apoptosis has been suggested as
a methotrexate-induced effect on RA lymphocytes
and synovial monocytes [313, other mechanisms
may also play a role in the anti-inflammatory
effects of methotrexate [32]. Analogously, it has
been reported that other frequently used disease-
modifying agents in patients with RA, for exam-
ple sulfasalazine, cyclosporin A and gold com-
pounds, might function through the induction of
apoptosis. The benefit of RA treatment using bio-
logical substances is evident. The induction of
apoptosis is suggested as the main mechanism
through which TNF-a. inhibitors alleviate inflam-
mation. Polymorphisms in the FasL and caspase-9
genes are predictive of beneficial effect following
treatment with TNF-o inhibitors [33]. There are
contradictory reports regarding the sensitivity of
different cell populations to apoptosis achieved by
TNF-o antagonists. Infliximab and adalimumab
induce apoptosis by ligating membrane-bound
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TNF o and induce apoptosis in T lymphocytes
and monocytes, but not in synoviocytes of RA
patients [34-36]. Being a TNF-a receptor analog,
etanercept neutralizes soluble TNF o with no
connection to the cell surface. Treatment with
etanercept increases apoptosis of synovial fluid
monocytes [377. The lack of specificity of
conventionally used antirheumatic drugs and
simultaneous promotion of both pro- and anti-
apoptotic signals, indicates a need for more selec-
tive therapeutic agents interfering with apoptosis
during RA.

Development of genetic therapy for RA
Prevention of intracellular proapoptotic signals
in RA synovium may be achieved by:

e Direct inhibition of IAPs or proteasome
enzymatic activity using synthetic inhibitors

e Short inhibitory RNA or oligonucleotide
sequences  preventing  transcription  of
apoptosis inhibitors

e Supporting naturally occurring inhibitors
(recombinant proteins or genetic trans-
fectans with continuous production of the
protein of interest)

The use of biological antirheumatic drugs has
proved that delivery of the macromolecule may
provide a beneficial effect. However, due to the
short half-life of cytokines this mode of treatment
appears to be expensive and often insufficient to
stop the complex pathological process of joint
inflammation. Efficient methods of intra-
articular gene delivery systems have been estab-
lished, including plasmid DNA and replication-
deficient viral vectors [3s]. These new methods
allow the precise intracellular targeting of patho-
logical processes and permit the transcriptional
regulation of gene expression in response to
pharmacological agents. Regulated gene expres-
sion is an important issue for chronic conditions,
such as RA, being characterized by phases of
relapse and remission. Therapeutic genes may be
delivered directly into the patient (in vivo) or
indirectly into isolated cells (ex vivo). Both cul-
tures of mobile (T cells, B cells, or dendritic cells)
and transplanted islets of synovial fibroblasts have
been used for genetic manipulations.

Future therapeutic approaches to
enhance apoptosis during RA

Fas ligation

Administration of antagonistic anti-Fas antibod-
ies or FasLs has been shown to be effective in
abrogation of collagen-induced arthritis [39,40].

Treatment of Fas-deficient mice with FasL-
expressing cells reduced synovial hyperplasia and
lymphocyte infiltration in affected joints. Local
injection of anti-Fas antibodies targeted FasL-
expressing cells, leading to their apoptosis and a
significant reduction in cell number within the
synovial tissue. However, clinical use of direct Fas
ligation is unacceptable due to adverse effects on
the liver. Suppression of FLIP, one of the intracel-
lular inhibitors of the Fas-dependent pathway, by
antisense transfection [41] or CD40 ligation [42]
significantly increased sensitivity to Fas-mediated
death stimuli in cell cultures. Therapeutic
approaches using ex vivo manipulated dendritic
cells to express the proapoptotic ligands FasL and
TRAIL have been successful for the elimination
of autoreactive T cells and neutrophils in estab-
lished arthritis [43-46). The favorable effect of
TRAIL on the course of collagen-induced arthri-
tis has been proved, both by exacerbation of
arthritis following the administration of soluble
DR5 blocking TRAIL and in contrast, reduction
of arthritis was achieved by treatment with
TRAIL-expressing dendritic cells 45].

Alternative ways of activating apoptosis have
been explored, including use of nonprofessional
death receptors. It is known that tissue inhibitor
of metalloproteinases (TIMP)-3 mediates apopto-
sis induction by ligation and trimerisation of the
Fas activating caspase-8-dependent cascade [47,48].
Transfection of synovial fibroblasts with adenovi-
ral vectors encoding TIMP-1 and -3 protects effi-
ciently from the invasive behaviour of RA
synovial fibroblasts ex vivo and from cartilage deg-
radation in vivo [49]. The expression of mamma-
lian lectin, galectin-1, by autologous fibroblasts
was effective for the treatment of established col-
lagen-induced arthritis by inducing apoptosis of
pathogenic T cells and promoting the shift
to a therapeutic T helper (Th) 2 immune
responses [s0]. A synergy of proapoptotic effects
was observed between recombinant TRAIL and
synthetic retinoid receptor agonists potentiating
mitochondrial and caspase-3-dependent apopto-
sis as well as downregulating Bcl-2 and increasing
expression of Bad [51].

Targeting IAPs

Adenoviral transfection of RA synovial fibroblasts
with XIAP-antisense facilitated apoptosis in syno-
vial tissue [521. High survivin expression is associ-
ated with a decrease in p53 expression [531 and a
relative PTEN deficiency leading to activation of
PI3-kinase pathway. Small interfering RNA
(SIRNA) against survivin sensitized p53 mutated
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cells to apoptosis [54]. Smac/DIABLO, a protein
released from mitochondria together with cyto-
chrome C, acts as a proapoptotic protein by phys-
ically preventing 1APs from caspase inhibition [ss).
Therefore, peptide inhibitors of 1APs have been
designed using the Smac protein as a template.
Such a peptide sensitized resistant malignant cells
ex vivo to TNF-induced apoptosis [se]. Interest-
ingly, these Smac peptides have little or no activity
without an additional apoptotic signal. Thus, the
utilization of these peptides may be a valuable
agent for combination therapy of arthritis.
The inhibitors of 3-hydroxy-3-methylglutaryl
(HMG) coenzyme A (CoA) reductase (statins)
exert proapoptotic properties on lymphocytes by
increasing the cytosolic Smac pool [571. This may
be one of the mechanisms explaining efficient,
anti-inflammatory properties of statins in the
adjuvant arthritis model in rats [ss].

Proteasome inhibitors have a unique ability to
activate caspases through a mitochondrial
pathway that does not need a functional
apoptosome [59]. In certain cases, the effect of
proteasome inhibitors is mediated by Bcl-2 fam-
ily members [60]. Migita and colleagues demon-
strated an accumulation of p53 in RA
synoviocytes following invitro treatment with
the protesome inhibitor, MG-132 [61]. In the ani-
mal model of streptococcal wall-induced arthri-
tis, treatment with proteasome inhibitor, PS-341,
resulted in the attenuation of clinical progression
of arthritis with respect to inflammatory cell
infiltration and cartilage destruction [s2].

Cell-cycle inhibitors

Despite the fact that p53 is an important compo-
nent in the pathogenesis of arthritis, its direct
inhibition may lead to significant damage of nor-
mal cells. In contrast, overexpression of p53 inhib-
ited IL-1B-mediated arthritis [63]. It has been
suggested that a selective G, checkpoint abroga-
tion, not involving p53, could be a preferable tar-
get [11]. Several synthetic inhibitors and peptides
affecting check point kinase (CHK) 1 and/or
CHK2 are presently undergoing clinical safety
trails for cancer indications. The authors have
shown recently that etoposide, a topoisomerase 11
inhibitor, has remarkable antierosive properties in
collagen-induced arthritis [64].

Peroxisomal proliferator-activated

receptor-y agonists

Peroxisomal  proliferator-activated  receptor
(PPARY)-y agonists have recently shown efficiency
in promoting apoptosis invitro and alleviating

www.futuremedicine.com

adjuvant arthritis [es,66] and collagen-induced
arthritis [671 by reducing cellularity in the synovia
and cartilage destruction. A clinical study of pio-
glitasone in psoriatic arthritis demonstrated a sig-
nificant reduction in disease activity during
treatment [es]. Activation of PTEN in response to
PPARYy agonists has been suggested as the major
antiarthritic mechanism associated with an
increase  caspase-3-dependent  apoptosis and
increased expression of p53 [e9].

Transduction pathway inhibitors

The transcription of genes encoding for apopto-
sis proteins is regulated by NF«B and P13-kinase
signaling pathways. The intra-articular use of a
combination of antisense-targeting NF«B has
been suggested as a promising approach in the
treatment of arthritis [70). However, the benefit of
direct NF«B inhibition varied depending on the
model of arthritis used [52,711. The insufficient
effect could be related to the short half-life of
injected antisense sequences. Indeed, ex vivo
transfection of synovial fibroblasts for permanent
NF«B inhibition might be a promising option.
The insertion of I «B kinase (IKK)-B overexpress-
ing plasmid [72] or inactivation-resistant 1KKp
mutant [73] into synovial fibroblasts ameliorated
the severity of adjuvant-induced arthritis. A syn-
thetic IKK inhibitor, BMS-345541, has also
been shown to be efficient in improving the clin-
ical course of collagen-induced arthritis, decreas-
ing both synovial inflammation and joint
destruction [74]. The intra-articular instillation of
a peptide blocking the NF«B essential modulator
(NEMO)-binding domain of IKK attenuated
swelling, cell influx and cartilage destruction of
the inflamed joints [7s]. Inhibition of PI3-kinase
facilitates TNF-induced apoptosis in synovial
fibroblasts [7e].

Future perspective

Restitution of apoptosis in the inflamed synovial
tissue is an essential step in combating arthritis.
Several approaches using pharmacological com-
pounds and intracellular engineering have been
tested and proved efficient in overcoming apopto-
sis resistance in RA synovia in vitro and in animal
models of arthritis. Clinical studies of proapop-
totic substances in patients with RA are awaited in
the near future. Recent benefits in the treatment
of RA wusing a cytokine-targeting approach
encouraged enthusiasm in both patients and rheu-
matologists. A better understanding of the mecha-
nisms initiating and perpetuating inflammation in
RA will help identify the appropriate therapeutic
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target for various stages of the joint disease. The Therapeutic modalities directed at the induction
combination of interventions inducing synergistic  of apoptosis in the inflamed synovia will find their
effects in remodeling intracellular processes and  place in the treatment of RA. They will be a valu-
supporting a healthy cell cycle and apoptosis able addition to the existing disease-modifying
would be advantageous in the treatment of RA. and biological antirheumatic drugs.

Executive summary

Introduction
« Rheumatoid arthritis (RA) is an inflammatory and destructive joint disease.

« Present treatment modalities, although beneficial in approximately 40% of RA patients, are insufficient to stop severe disability in
a high number of nonresponders.

« Thus, new treatment approaches for RA are required.

Apoptosis pathways

« Apoptosis is a programmed cell death initiated extracellularly by the activation of Fas and tumor necrosis factor (TNF) receptors on
the cell surface and intracellularly by the liberation of cytochrome C from mitochondria into cytoplasm.

Mechanisms regulating apoptosis

« The regulation of apoptosis is controlled by specific inhibitory proteins (of the Bcl and inhibitor of apoptosis protein [IAP] families),
the ubiquitin—-sentrin proteasome system of protein elimination and, finally, by transcription factors governing apoptosis genes.

Pro- and anti-apoptosis activities in RA

« Insufficient apoptosis in the inflamed RA synovia leads to intra-articular accumulation of highly differentiated B and T lymphocytes
and invasive growth of macrophages and fibroblasts destroying the cartilage.

» Resistance to apoptosis might also prevent response to antirheumatic treatment.

« The intracellular events supporting long-term cell survival in RA include, low sensitivity to the ligation of professional death
receptors (Fas and TNF receptors) and the increase of caspase and mitochondrial activity inhibitors.

Influence of contemporary antirheumatic treatment on apoptosis

« The ability to potentiate apoptosis is reported for many of the antirheumatic drugs. The exact mechanism(s) of this effect remains
unknown preventing regulation and direction of apoptosis by means of these drugs in clinical settings.

Development of genetic therapy for RA

« Gene therapy is a new approach at targeted interfering of processes at the single-cell level. It opens wide perspectives for the
development of selective strategies in the treatment of RA.

Future therapeutic approaches to enhance apoptosis during RA

* Modulating apoptosis is obtained in animal models and human cell cultures. Experimental arthritis could be alleviated successfully
by stimulation of death receptors, targeting proteins of the IAP family, using inhibitors of transcriptional pathways and inhibitors of
the cell cycle.

« Similar approaches efficiently changed invasive, pro-inflammatory phenotype in rheumatoid synoviocytes.

« Increasing susceptibility of synovia to apoptosis in patients with RA may be an attractive therapy in addition to the existing
treatment modalities.

Bibliography p53, and Bcl-2 in rheumatoid synovial tissues. 7. Firestein GS, Yeo M, Zvaifler NJ: Apoptosis in
Papers of special note have been highlighted as J. Pathol. 193, 110-116 (2001). rheumatoid arthritis synovium. J. Clin. Invest.
either of interest () or of considerable interest (s¢) 4.  Tak PP, Zvaifler NJ, Green DR, Firestein GS: 96, 1631-1638 (1995).

to readers. Rheumatoid arthritis and p53: how oxidative 8. KimR, Tanabe K, Uchida Y, Emi M,

1. Redlich K, Schett G, Steiner G, Hayer S, stress might alter the course of inflammatory Inoue H, Toge T: Current status of the
Wagner EF, Smolen JS: Rheumatoid arthritis diseases. Immunol. Today 21, 78-82 (2000). molecular mechanisms of anticancer drug-
therapy after tumor necrosis factor and 5. Yamanishi Y, Boyle DL, Rosengren S, induced apoptosis. The contribution of
interleukin-1 blockade. Arthritis Rheum. Green DR, Zvaifler NJ, Firestein GS: Regional molecular-level analysis to cancer
48, 3308-3319 (2003). analysis of p53 mutations in rheumatoid chemotherapy. Cancer Chemother. Pharmacol.

2. Mountz JD, Hsu HC, Matsuki Y, Zhang HG: arthritis synovium. Proc. Natl Acad. Sci. U.S.A. 50, 343-352 (2002).

Apoptosis and rheumatoid arthritis: past, 99, 10025-10030 (2002). 9. Hussein MR, Haemel AK, Wood GS:
present, and future directions. Curr. 6.  Baier A, Meineckel I, Gay S, Pap T: Apoptosis Apoptosis and melanoma: molecular
Rheumatol. Rep. 3, 70-78 (2001). in rheumatoid arthritis. Curr. Opin. mechanisms. J. Pathol. 199, 275-288 (2003).

3. Chou CT, Yang JS, Lee MR: Apoptosis in Rheumatol. 15, 274-279 (2003). 10. Reed JC: Bcl-2 and the regulation of

rheumatoid arthritis-expression of Fas, Fas-L, programmed cell death. J. Cell Biol.

124, 1-6 (1994).

96 Future Rheumatol. (2006) 1(1)




11

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

Kawabe T: G2 checkpoint abrogators as
anticancer drugs. Mol. Cancer Ther.

3, 513-519 (2004).

Artandi SE, Attardi LD: Pathways
connecting telomeres and p53 in
senescence, apoptosis, and cancer. Biochem.
Biophys. Res. Commun. 331, 881-890
(2005).

Stiles B, Groszer M, Wang S, Jiao J, Wu H:
PTEN less means more. Dev. Biol.

273, 175-184 (2004).

Hasunuma T, Kayagaki N, Asahara H et
al.: Accumulation of soluble Fas in
inflamed joints of patients with rheumatoid
arthritis. Arthritis Rheum. 40, 80-86
(1997).

Ito MR, Terasaki S, Itoh J, Katoh H,
Yonehara S, Nose M: Rheumatic diseases in
an MRL strain of mice with a deficit in the
functional Fas ligand. Arthritis Rheum.

40, 1054-1063 (1997).

Hsu HC, Zhang HG, Song GG et al.
Defective Fas ligand-mediated apoptosis
predisposes to development of a chronic
erosive arthritis subsequent to Mycoplasma
pulmonis infection. Arthritis Rheum.

44, 2146-2159 (2001).

Clearly proves the role of impaired
apoptosis for the development of

destructive joint disease in animal models.

Franz JK, Pap T, Hummel KM et al.:
Expression of sentrin, a novel anti-
apoptotic molecule, at sites of synovial
invasion in rheumatoid arthritis. Arthritis
Rheum. 43, 599-607 (2000).

Yagishita N, Ohneda K, Amano T et al.:
Essential role of synoviolin in
embryogenesis. J. Biol. Chem.

280, 7909-7916 (2005).

Schedel J, Gay RE, Kuenzler P et al.:
FLICE-inhibitory protein expression in
synovial fibroblasts and at sites of cartilage
and bone erosion in rheumatoid arthritis.
Arthritis Rheum. 46, 1512-1518 (2002).
Kurowska M, Rudnicka W, Kontny E et al.:
Fibroblast-like synoviocytes from
rheumatoid arthritis patients express
functional 1L-15 receptor complex:
endogenous IL-15 in autocrine fashion
enhances cell proliferation and expression
of Bcl-x(L) and Bcl-2. J. Immunol.

169, 1760-1767 (2002).

Reports interleukin (IL)-15 as a new,
proliferative and antiapoptosis stimuli for
the rheumatoid synovia.

Perlman H, Liu H, Georganas C et al.
Differential expression pattern of the anti-
apoptotic proteins, Bcl-2 and FLIP, in
experimental arthritis. Arthritis Rheum.
44, 2899-2908 (2001).

www.futuremedicine.com

Apoptosis as a treatment modality in rheumatoid arthritis - REVIEW

22.

23.

24.

25.

26.

217.

28.

29.

30.

3L

32.

Bokarewa M, Lindblad S, Bokarew D,
Tarkowski A: Balance between survivin, a
key member of the apoptosis inhibitor
family, and its specific antibodies
determines erosivity in rheumatoid
arthritis. Arthritis Res. Ther. 7, R349-R358
(2005).

Shows that antiapoptosis proteins are
associated with destructive joint disease
and modulators of autoimmune responses

in patients with rheumatoid arthiritis (RA).

Pullerits R, Bokarewa M, Jonsson IM,
Verdrengh M, Tarkowski A: Extracellular
cytochrome C, a mitochondrial apoptosis-
related protein, induces arthritis.
Rheumatology 44, 32-39 (2005).

Firestein GS, Echeverri F, Yeo M, Zvaifler
NJ, Green DR: Somatic mutations in the
p53 tumor suppressor gene in rheumatoid
arthritis synovium. Proc. Natl Acad. Sci.
U.S.A. 94, 10895-10900 (1997).

Inazuka M, Tahira T, Horiuchi T et al.:
Analysis of p53 tumour suppressor gene
somatic mutations in rheumatoid arthritis
synovium. Rheumatol. 39, 262-266
(2000).

Helmchen B, Weckauf H, Ehemann V,
Wittmann |, Meyer-Scholten C, Berger I:
Expression pattern of cell cycle-related gene
products in synovial stroma and synovial
lining in active and quiescent stages of
rheumatoid arthritis. Histol. Histopathol.
20, 365-372 (2005).

Seemayer CA, Kuchen S, Neidhart M et al.:
p53 in rheumatoid arthritis synovial
fibroblasts at sites of invasion. Ann. Rheum.
Dis. 62, 1139-1144 (2003).

Sun Y, Cheung HS: p53, proto-oncogene
and rheumatoid arthritis. Semin. Arthritis
Rheum. 31, 299-310 (2002).

Migita K, Tanaka F, Yamasaki S et al.:
Regulation of rheumatoid synoviocyte
proliferation by endogenous p53
induction. Clin. Exp. Immunol. 126,
334-338 (2001).

Yamanishi Y, Boyle DL, Pinkoski MJ et al.:
Regulation of joint destruction and
inflammation by p53 in collagen-induced
arthritis. Am. J. Pathol. 160, 123-130
(2002).

Cutolo M, Sulli A, Pizzorni C, Seriolo B,
Straub RH: Anti-inflammatory
mechanisms of methotrexate in rheumatoid
arthritis. Ann. Rheum. Dis. 60, 729-735
(2001).

Johnston A, Gudjonsson JE,
Sigmundsdottir H, Ludviksson BR,
Valdimarsson H: The anti-inflammatory
action of methotrexate is not mediated by
lymphocyte apoptosis, but by the

33

34,

35.

36.

37.

38.

39.

40.

41.

42.

43.

suppression of activation and adhesion
molecules. Clin. Immunol. 114, 154-163
(2005).

Hlavaty T, Pierik M, Henckaerts L et al.:
Polymorphisms in apoptosis genes predict
response to infliximab therapy in luminal
and fistulizing Crohn’s disease. Aliment
Pharmacol. Ther. 22, 613-626 (2005).
Shen C, Assche GV, Colpaert S et al.:
Adalimumab induces apoptosis of human
monocytes: a comparative study with
infliximab and etanercept. Aliment
Pharmacol. Ther. 21, 251-258 (2005).
Smeets TJ, Kraan MC, van Loon ME,

Tak PP: Tumor necrosis factor-a blockade
reduces the synovial cell infiltrate early after
initiation of treatment, but apparently not
by induction of apoptosis in synovial tissue.
Arthritis Rheum. 48, 2155-2162 (2003).
Demonstrates that the reduction of
cellularity in synovia is

not directly dependent on

increased apoptosis.

Sieper J, Van Den Brande J: Diverse effects
of infliximab and etanercept on

T lymphocytes. Semin. Arthritis Rheum.
34, 23-27 (2005).

Catrina Al, Trollmo C, af Klint E et al.:
Evidence that antitumor necrosis factor
therapy with both etanercept and
infliximab induces apoptosis in
macrophages, but not lymphocytes, in
rheumatoid arthritis joints: extended
report. Arthritis Rheum. 52, 61-72 (2005).
Chernajovsky Y, Gould D, Annenkov A

et al.: Immunotherapy of autoimmune
diseases by gene transfer. Biochem. Soc.
Trans. 27, 869-873 (1999).

Matsuno H, Yudoh K, Nakazawa F et al.:
Antirheumatic effects of humanized antiFas
monoclonal antibody in human
rheumatoid arthritis/SCID mouse chimera.
J. Rheumatol. 29, 1609-1614 (2002).
Ogawa Y, Kuwahara H, Kimura T et al.:
Therapeutic effect of antiFas antibody on a
collagen induced arthritis model.

J. Rheumatol. 28, 950-955 (2001).

Palao G, Santiago B, Galindo M, Paya M,
Ramirez JC, Pablos JL: Downregulation of
FLIP sensitizes rheumatoid synovial
fibroblasts to Fas-mediated apoptosis.
Arthritis Rheum. 50, 2803-2810 (2004).
Ping L, Ogawa N, Sugai S: Novel role of
CD40 in Fas-dependent apoptosis of
cultured salivary epithelial cells from
patients with Sjogren’s syndrome. Arthritis
Rheum. 52, 573-581 (2005).

Okamoto K, Asahara H, Kobayashi T et al.:
Induction of apoptosis in the rheumatoid

97



REVIEW - Bokarewa & Tarkowski

44,

45,

46.

47.

48.

49.

oo

50.

51

52.

98

synovium by Fas ligand gene transfer. Gene
Ther. 5, 331-338 (1998).

Guery L, Batteux F, Bessis N et al.:
Expression of Fas ligand improves the effect
of IL-4 in collagen-induced arthritis. Eur. J.
Immunol. 30, 308-315 (2000).

Liu Z, Xu X, Hsu HC et al.: ClI-DC-
AdTRAIL cell gene therapy inhibits
infiltration of Cll-reactive T-cells and
Cll-induced arthritis. J. Clin. Invest.

112, 1332-1341 (2003).

Presents a novel, nontoxic way of receptor-
dependent apoptosis induction using a
modern gene engeneering approach for
alleviating collagen-induced arthritis.
Ichikawa K, Liu W, Fleck M et al.:
TRAIL-R2 (DR5) mediates apoptosis of
synovial fibroblasts in rheumatoid arthritis.
J. Immunol. 171, 1061-1069 (2003).

Bond M, Murphy G, Bennett MR et al.:
Localization of the death domain of tissue
inhibitor of metalloproteinase-3 to the

N terminus. Metalloproteinase inhibition is
associated with proapoptotic activity. J. Biol.
Chem. 275, 41358-41363 (2000).

Drynda A, Quax PH, Neumann M et al.:
Gene transfer of tissue inhibitor of
metalloproteinases-3 reverses the inhibitory
effects of TNF-a. on Fas-induced apoptosis in
rheumatoid arthritis synovial fibroblasts.

J. Immunol. 174, 6524-6531 (2005).
Demonstrates new apoptosis-sensitizing
function of tissue inhibitor of
metalloproteinases (TIMPs) in the
development of arthritis that may be
exploited successfully for combating

the disease.

van der Laan WH, Quax PH, Seemayer CA
et al.: Cartilage degradation and invasion by
rheumatoid synovial fibroblasts is inhibited
by gene transfer of TIMP-1 and TIMP-3.
Gene Ther. 10, 234-242 (2003).
Demonstrates new apoptosis-sensitizing
function of TIMPs in the development of
arthritis that may be exploited successfully
for combating the disease.

Rabinovich GA, Daly G, Dreja H et al.
Recombinant galectin-1 and its genetic
delivery suppress collagen-induced arthritis
via T-cell apoptosis. J. Exp. Med.

190, 385-398 (1999).

Beehler BC, Brinckerhoff CE, Ostrowski J:
Selective retinoic acid receptor ligands for
rheumatoid arthritis. Curr. Opin. Invest.
Drugs 5, 1153-1157 (2004).

Zhang HG, Huang N, Liu D et al.: Gene
therapy that inhibits nuclear translocation of
nuclear factor kB results in tumor necrosis
factor a-induced apoptosis of human

53.

54.

55.

56.

57.

oo

61.

62.

63.

synovial fibroblasts. Arthritis Rheum.

43, 1094-1105 (2000).

Wang Z, Fukuda S, Pelus LM: Survivin
regulates the p53 tumor suppressor gene
family. Oncogene 23, 8146-8153 (2004).
Pallares J, Martinez-Guitarte JL, Dolcet X

et al.: Survivin expression in endometrial
carcinoma: a tissue microarray study with
correlation with PTEN and STAT-3. Int. J.
Gynecol. Pathol. 24, 247-253 (2005).
Kandasamy K, Srinivasula SM, Alnemri ES et
al.: Involvement of proapoptotic molecules
Bax and Bak in tumor necrosis factor-related
apoptosis-inducing ligand (TRAIL)-induced
mitochondrial disruption and apoptosis:
differential regulation of cytochrome c and
Smac/DIABLO release. Cancer Res.

63, 1712-1721 (2003).

Fulda S, Wick W, Weller M, Debatin KM:
Smac agonists sensitize for Apo2L/TRAIL- or
anticancer drug-induced apoptosis and
induce regression of malignant glioma

in vivo. Nature Med. 8, 808-815 (2002).
Cafforio P, Dammacco F, Gernone A,
Silvestris F: Statins activate the mitochondrial
pathway of apoptosis in human lymphoblasts
and myeloma cells. Carcinogenesis 26,
883-891 (2005).

Barsante MM, Roffe E, Yokoro CM et al.:
Anti-inflammatory and analgesic effects of
atorvastatin in a rat model of adjuvant-
induced arthritis. Eur. J. Pharmacol.

516, 282-289 (2005).

Elliott PJ, Zollner TM, Boehncke WH:
Proteasome inhibition: a new anti-
inflammatory strategy. J. Mol. Med.

81, 235-245 (2003).

Henderson CJ, Aleo E, Fontanini A, Maestro
R, Paroni G, Brancolini C: Caspase activation
and apoptosis in response to proteasome
inhibitors. Cell Death Differ. 12, 1240-1254
(2005).

Presents a direct proapoptotic effect of
proteasome inhibitors in vitro.

Migita K, Eguchi K: FK 506-mediated T-cell
apoptosis induction. Transplant Proc. 33,
2292-2293 (2001).

Palombella \/J, Conner EM, Fuseler JW et al.:
Role of the proteasome and NF-«B in
streptococcal cell wall-induced polyarthritis.
Proc. Natl Acad. Sci. U.S.A. 95, 15671-15676
(1998).

Yao Q, Wang S, Glorioso JC et al.: Gene
transfer of p53 to arthritic joints stimulates
synovial apoptosis and inhibits inflammation.
Mol. Ther. 3, 901-910 (2001).

One of the first successful gene
manipulations changing aggressive
phenotype of synoviocytes.

64.

66.

67.

68.

69.

70.

71

72.

73.

Verdrengh M, Jonsson 1M, Zaether O,
Bajtner E, Holmdahl R, Tarkowski A: Total
abrogation of collagen Il-induced arthritis
and the B-cell response to Type Il collagen
using suboptimal doses of a topoisomerase |1
antagonist. Ann. Rheum. Dis. 61, 829-831
(2002).

Kawahito Y, Kondo M, Tsubouchi Y et al.:
15-deoxy-5(12,14)-PGJ(2) induces
synoviocyte apoptosis and suppresses
adjuvant-induced arthritis in rats. J. Clin.
Invest. 106, 189-197 (2000).

Shiojiri T, Wada K, Nakajima A et al.:

PPAR v ligands inhibit nitrotyrosine
formation and inflammatory mediator
expressions in adjuvant-induced rheumatoid
arthritis mice. Eur. J. Pharmacol.

448, 231-238 (2002).

Cuzzocrea S, Mazzon E, Dugo L et al.:
Reduction in the evolution of murine Type 11
collagen-induced arthritis by treatment with
rosiglitazone, a ligand of the peroxisome
proliferator-activated receptor-y. Arthritis
Rheum. 48, 35443556 (2003).

Clearly proves antiarthritic functions of
peroxisomal proliferator-activated receptor
(PPAR)-y agonists in an animal model

of arthritis.

Bongartz T, Coras B, Vogt T, Scholmerich J,
Muller-Ladner U: Treatment of active
psoriatic arthritis with the PPARy ligand
pioglitazone: an open-label pilot study.
Rheumatology 44, 126-129 (2005).

Lee KS, Park SJ, Hwang PH et al.: PPAR-y
modulates allergic inflammation through
upregulation of PTEN. FASEB J.

19, 1033-1035 (2005).

Foxwell BM, Bondeson J, Brennan F,
Feldmann M: Adenoviral transgene delivery
provides an approach to identifying
important molecular processes in
inflammation: evidence for heterogenecity in
the requirement for NFxB in tumour
necrosis factor production. Ann. Rheum. Dis.
59(Suppl. 1), i54-i59 (2000).

Gjertsson I, Hultgren OH, Collins LV,
Pettersson S, Tarkowski A: Impact of
transcription factors AP-1 and NF-xB on the
outcome of experimental staphylococcus
aureus arthritis and sepsis. Microbes Infect.

3, 527-534 (2001).

Tak PP, Gerlag DM, Aupperle KR et al.:
Inhibitor of nuclear factor B kinase B is a key
regulator of synovial inflammation. Arthritis
Rheum. 44, 1897-1907 (2001).

Clohisy JC, Roy BC, Biondo C et al.: Direct
inhibition of NF-xB blocks bone erosion
associated with inflammatory arthritis.

J. Immunol. 171, 5547-5553 (2003).

Future Rheumatol. (2006) 1(1)



74.  Mclntyre KW, Shuster DJ, Gillooly KM
et al.: A highly selective inhibitor of 1«B
kinase, BMS-345541, blocks both joint
inflammation and destruction in collagen-
induced arthritis in mice. Arthritis Rheum.
48, 2652-2659 (2003).

75. Dai S, Hirayama T, Abbas S, Abu-Amer Y:

The IxB kinase (IKK) inhibitor, NEMO-
binding domain peptide, blocks
osteoclastogenesis and bone erosion in
inflammatory arthritis. J. Biol. Chem.
279, 37219-37222 (2004).

www.futuremedicine.com

Apoptosis as a treatment modality in rheumatoid arthritis - REVIEW

76.

Zhang HG, Wang Y, Xie JF et al.:
Regulation of tumor necrosis factor
a-mediated apoptosis of rheumatoid
arthritis synovial fibroblasts by the protein
kinase Akt. Arthritis Rheum. 44, 1555-1567
(2001).

Affiliations

Maria Bokarewa, MD, PhD

Sahlgrenska Academy at the Goteborg University,
Department of Rheumatology and Inflammation
Research, Guldhedsgatan 10,

S-41346 Géteborg, Sweden

Tel.: +46 313 424 692;

Fax: +46 310 823 925;
maria.bokarewa@rheuma.gu.se

Andrej Tarkowski, MD, PhD

Sahlgrenska Academy at the Goteborg University,
Department of Rheumatology and Inflammation
Research, Guldhedsgatan 10,

S-41346 Goteborg, Sweden

Tel.: +46 313 424 056;
andrej.tarkowski@rheuma.gu.se

99



