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Inappropriate functioning of the immune system is linked to
immunedeficiency, autoimmunedisease, and cancer. It is there-
fore not surprising that intracellular immune signaling path-
ways are tightly controlled.Oneof the best studied transcription
factors in immune signaling isNF-�B,which is activated bymul-
tiple receptors and regulates the expression of a wide variety of
proteins that control innate and adaptive immunity. A20 is an
early NF-�B-responsive gene that encodes a ubiquitin-edit-
ing protein that is involved in the negative feedback regula-
tion of NF-�B signaling. Here, we discuss the mechanism of
action of A20 and its role in the regulation of inflammation
and immunity.

A20 (also known as TNFAIP3) was originally identified as a
TNF2-inducible gene in human umbilical vein endothelial cells
(1). Subsequent research demonstrated thatA20 is also induced
in many other cell types and by a wide range of other stimuli
(reviewed in Ref. 2). Although A20 was originally characterized
as an inhibitor of TNF-induced apoptosis (3), it has been most
intensively studied as an inhibitor of NF-�B activation. NF-�B
is a dimeric transcription factor that plays a key role in inflam-
mation and immunity. A deregulatedNF-�B response has been
associated with several autoimmune diseases and some cancers
(4). The activity of NF-�B is tightly regulated by interaction
with inhibitory I�B (inhibitor of �B) proteins, which are regu-
lated by IKK-mediated I�B phosphorylation, followed by their
ubiquitination and proteolysis, enabling the entry of NF-�B
into the nucleus. In most cases, the activation of NF-�B is tran-
sient and cyclic upon continuous stimulation, which is due to
specific negative feedback control systems such as the NF-�B-
inducible synthesis of I�B and A20 proteins (5). NF-�B activa-
tion pathways are broadly classified as either canonical or non-
canonical, depending on whether activation involves I�B
degradation or processing of the p100 NF-�B precursor (4).

The canonical pathway, which is the predominant NF-�B sig-
naling pathway, is activated by pro-inflammatory cytokines
such as TNF and IL-1 and microbial components that activate,
for example, TLRs or antigen receptors. The non-canonical
pathway of NF-�B activation operates mainly in B cells in
response to a subset of TNFR family members, including the
lymphotoxin-� receptor.
Initial evidence for the NF-�B inhibitory function of A20

came from several studies in which overexpression of A20 was
shown to prevent NF-�B activation in response to TNF and
several other pro-inflammatory stimuli (reviewed in Ref. 2).
The observation that A20 expression is itself under the control
of NF-�B suggested its involvement in the negative feedback
regulation of NF-�B activation (6). This was eventually con-
firmed by the generation of A20-deficient mice, which show a
sustained NF-�B response and severe inflammation (7). The
mechanismbywhichA20 inhibitsNF-�B activation remained a
mystery for several years until it was recently found that A20
can act as a dual ubiquitin-editing enzyme.

Inhibitory Effect of A20 on Pro-inflammatory Gene
Expression

The use of A20-deficient mice and RNA interference tech-
nologies has revealed the crucial role of A20 in a variety of
pathogen- and cytokine-induced signaling pathways. Mice
lacking A20 are born at normal mendelian ratios but die
shortly after birth due to massive multiorgan inflammation,
indicative of a key role for A20 in immune homeostasis of the
host (7). A20-deficient MEFs and thymocytes exhibit a pro-
longed activation of NF-�B after administration of TNF.
However, the cachexia and wasting in A20-deficient mice
could not be fully attributed to overactivation of TNF signal-
ing because a multi-inflammatory phenotype and premature
death were also observed in double A20/TNF-deficient mice.
Bone marrow transfer of A20-deficient hematopoietic cells
into a wild-type background gives a similar phenotype as the
total knock-out, whereas absence of lymphocytes in double
A20/RAG1-deficient mice does not ameliorate the pheno-
type (7, 8). These findings suggest a crucial role for macro-
phages in the phenotype of A20 knock-out mice. It was dem-
onstrated recently that the spontaneous inflammation in A20-
deficient mice can bemainly assigned to TLR signaling because
mice double deficient for A20 and the TLR adaptor protein
MyD88 no longer show premature lethality and cachexia (8).
This is consistent with the previous finding that TLR-induced
A20 is essential for the termination of TLR-induced NF-�B
activation and pro-inflammatory cytokine expression in mac-
rophages and the prevention of LPS-induced shock (9). Antibi-
otic treatment also ameliorates the hyperinflammatory
response in A20-deficient animals, which is consistent with an
important role of TLR signaling initiated by commensal bacte-
ria (8).
Although A20 deficiency has a clear detrimental effect on

immunity, abrogating the immunosuppressive function of A20
inmyeloid cells was recently exploited in an attempt to increase
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the response of T cells in anti-tumor vaccination. A20 knock-
down in dendritic cells results in enhanced expression of spe-
cific co-stimulatory signals as well as pro-inflammatory cyto-
kines, causing a shift in the subset of activated T cells. Both
cytotoxic T cells and T helper cells were hyperactivated,
whereas regulatory T cells were markedly suppressed, with
beneficial anti-tumor effects as a result (10).
A20 was recently shown to also inhibit NF-�B activation in

response to stimulation of the intracellular NOD2 (nucleotide-
binding oligomerization domain 2) receptor by muramyl
dipeptide, which is the minimal peptidoglycan motif common
to all bacteria (11). Interestingly, genome-wide association
studies have recently identified the A20 locus as a candidate
susceptibility locus in Crohn disease, for whichNOD2was pre-
viously identified as a susceptibility gene (12–14).
A20 not only is indispensable to restrict inflammation in

response to bacterial infection but also seems to control the
immune response to viral infection. Viral RNA is recognized
by certain endosome-residing TLRs such as TLR3, as well as
by RIG-I (cytosolic retinoic acid-inducible gene I), which
induce type I interferon via the concerted action of NF-�B
and IRFs. Hiscott and co-workers (15) showed that virus-
induced expression of A20 efficiently blocks RIG-I-mediated
activation of NF-�B and IRF3 but only weakly interferes with
the response initiated by TLR3. On the other hand, two other
studies using A20 overexpression or knockdown showed
that A20 can also interfere with TLR3-induced IRF and
NF-�B activation (16, 17). These results suggest that virus-
inducible expression of A20 negatively regulates RIG-I- and
TLR3-mediated induction of an antiviral state. However,
recent studies with macrophages from A20-deficient mice
have shown that A20 specifically regulates TLR3-induced
NF-�B (but not IRF3) activation (8). In fact, DUBA has
recently been identified as a specific regulator of the IRF3
signaling pathway (18).
Both overexpression and knockdown experiments have also

shown an inhibitory effect of A20 on antigen receptor-induced
NF-�B activation in lymphoid cells (19, 20), indicating that A20
is a critical regulator of the innate as well as adaptive immune
system. Furthermore, loss of A20 expression has been found in
ocular adnexalmarginal zone B cell lymphoma,which led to the
suggestion that A20 acts as a tumor suppressor gene whose
disruption plays an important role in lymphomagenesis (19,
21). Further studies on the role of A20 in tumorigenesis are
needed, however, to confirm this.
Although A20 has been studied mainly in the context of its

NF-�B inhibitory function, it should be mentioned that A20
was originally characterized as an inhibitor of TNF-induced
apoptosis (3), which was later confirmed in A20-deficient mice
and cells. A20-negative thymocytes show enhanced TNF-in-
duced apoptosis. In A20-deficient MEF cells, however,
enhanced TNF sensitivity is only apparent when cells are pre-
treated with TNF, followed by administration of TNF and
cycloheximide. These differences might be due to the constitu-
tive versus inducible expression of A20 in T cells and MEFs,
respectively (7, 22).

Molecular Mechanism of A20 Activity

Since its original discovery in 1990, the mechanism of A20
activity has remained enigmatic for many years. It was only in
2004 that Dixit and co-workers (23) found that A20 interferes
with TNF-induced NF-�B activation by acting as a dual ubiq-
uitin-editing enzyme. During recent years, it has become clear
that polyubiquitination is an integral part of NF-�B signaling
(24).Whereasmodification of I�B�with Lys48-linked ubiquitin
chains is associated with its proteasomal degradation, modifi-
cation of several signaling proteins with Lys63-linked ubiquitin
chains regulates their interaction with other proteins. In TNF,
IL-1, TLR, and RIG-I signaling to NF-�B, Lys63 ubiquitination
ismediated bymembers of the TRAF (TNFR-associated factor)
protein family, which function as E3 ubiquitin ligases (Fig. 1)
(25–27). Lys63-ubiquitinated signaling proteins are then recog-
nized by specific ubiquitin-binding scaffolding proteins that
assemble and activate downstream kinases (e.g. Lys63-ubiquiti-
natedRIP1 (receptor-interacting protein 1) is recognized by the
IKK�/IKK� adaptor NEMO) (28).

A first hint into the direction of a possible mechanism of
action of A20 came from the observation that A20 contains an
N-terminal domain that belongs to the OTU superfamily of
deubiquitinating cysteine proteases (Fig. 2) (29), the structure
of which has recently been elucidated (30, 31). A20 was subse-
quently shown to deubiquitinate Lys48 or Lys63 polyubiquitin
chains in vitro (32). The real breakthrough came with the find-
ing that A20 specifically removes Lys63 polyubiquitin chains
from RIP1 (23), an essential signaling protein that is recruited
together with A20 to TNFR (33). Mutation of the active-site
Cys103 in the OTU domain abrogates the deubiquitinating and
NF-�B inhibitory activity of A20 (23, 32). Others have reported
that additionalmutation of Asp100, which is part of the catalytic
triad of the protease domain, is essential to fully abrogate the
NF-�B inhibitory potential of A20 (34, 35). It should be noted,
however, that these mutants (29),3 as well as A20 deletion
mutants that lack the complete N-terminal OTU domain (36,
37), can still inhibit TNF-induced NF-�B activation upon over-
expression in HEK293 cells, although with reduced efficiency
comparedwithwild-typeA20.These data indicate that the deu-
biquitinating activity of A20 might not always be required for
NF-�B inhibition. Interestingly, the C-terminal domain of A20,
composed of seven C2/C2 zinc fingers, has been shown to func-
tion as a ubiquitin ligase and to mediate Lys48 ubiquitination of
RIP1, thereby targeting RIP1 for proteasomal degradation (Fig.
2) (23). Zinc finger 4 is crucial for the ubiquitin ligase activity of
A20 (16), but also zinc finger 7 seems to be important forNF-�B
inhibition (23, 38). Some of the zinc fingers in A20 might act as
ubiquitin receptors, which is suggested by the observation that
Rabex-5 is able to directly bind ubiquitin via an A20-like zinc
finger motif (39). It is worth mentioning that A20 zinc finger 7
is also essential for the localization of A20 to a lysosome-asso-
ciated endocyticmembrane compartment (40). Althoughmore
experiments are needed to elucidate themechanismof action of
A20, its dual ubiquitin-editing activity on RIP1 introduces a
novel concept in signaling research (reviewed in Ref. 41). Inter-
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estingly, Lys48 and Lys63 linkage-specific antibodies have
recently been developed and already revealed a similar IL-1-
induced sequential ubiquitin editing of IRAK-1 by a yet
unknown enzyme (42). It is unlikely that RIP1 is the only target

for A20 in the TNFR signaling pathway. A20 overexpression
also results in NEMO deubiquitination (35), but the signifi-
cance of this finding remains to be investigated. It is also still
unclear if the anti-apoptotic and JNK inhibitory effects of A20
also depend on its ubiquitin-editing function. In this context, it
is worth mentioning that Lys63 autoubiquitination of TRAF2 is
indispensable for TNF-induced JNK activation (43), implicat-
ing TRAF2 as a potential target for A20 (Fig. 1).
Lys63 ubiquitination of specific proteins also plays a key role

in NF-�B signaling in response to many other receptors than
TNFR (44), and A20-mediated deubiquitination has been dem-
onstrated in some of these pathways as well. For example, A20
abrogates TLR4-inducedNF-�B activation by deubiquitinating
TRAF6 (8, 9). Similarly, A20 can deubiquitinate RIP2, thus
inhibiting NF-�B activation in response to NOD2 stimulation
(Fig. 1) (11). It should bementioned that other deubiquitinating
enzymes such as Cezanne or CYLD can have similar targets
(24). Remarkably, no other examples of A20-mediated Lys48
ubiquitination have been reported.

Regulation of A20 Activity

With the exception of thymocytes and peripheral T cells (7,
22), most cell types do not express A20 under resting condi-
tions.A20 transcription is rapidly induced by a large number of
stimuli that trigger the binding ofNF-�B to two specificNF-�B-
binding sites in the A20 promoter (6). At the protein level, sev-
eralA20-binding proteins such asABIN (A20-binding inhibitor
of NF-�B) and TAX1BP1 have been proposed to regulate A20
activity. Similar to A20, overexpression of ABIN-1, -2, and -3

FIGURE 1. Overview of different ubiquitinated targets of A20 in NF-�B, IRF, and JNK signaling pathways. Triggering of different receptors leads to the
activation and autoubiquitination of specific members of the TRAF family, which also mediate the Lys63 ubiquitination of downstream kinases and other
signaling proteins. Known and potential targets for A20-mediated deubiquitination are indicated. For comparison, ubiquitinated targets for CYLD and DUBA
are also shown. Lys63 ubiquitin chains are depicted as beads on a string. TCR/BCR, T cell receptor/B cell receptor.

FIGURE 2. Schematic representation of the structural domains of human
A20 involved in its ubiquitin-editing function and interaction with reg-
ulatory proteins. The N-terminal OTU domain mediates the deubiquitinat-
ing activity of A20 on RIP1, RIP2, TRAF6, and NEMO, whereas the C-terminal
zinc finger domain mediates its ubiquitin ligase activity on RIP1. Regions
involved in specific protein-protein interactions or post-translational modifi-
cations of A20 are also indicated.
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inhibits TNF-, IL-1-, and LPS-induced NF-�B activation, sug-
gesting that these proteins may participate in the NF-�B inhib-
itory effect of A20 (24, 35, 45–48). Except for ABIN-3, ABIN
proteins are ubiquitously expressed (49, 50). They all share a
novel ubiquitin-binding domain, and mutations that disrupt
the ubiquitin-binding potential of ABIN proteins also disrupt
their NF-�B inhibitory effect (51, 52). A similar domain is pres-
ent inNEMO,where itmediates the binding ofNEMOtoLys63-
ubiquitinated RIP1 and IRAK-1 (26, 53). In contrast, the ubiq-
uitin-binding domain of ABIN-1 combined with a neighboring
NEMO-binding domain mediates the interaction of ABIN-1
with ubiquitinatedNEMO(52). BecauseABIN-1 also augments
A20-mediated deubiquitination of NEMO (35), these results
suggest an important role for ABIN proteins in the targeting of
A20 to specific ubiquitinated substrates. It should be men-
tioned that ABIN-2-deficient mice or cells do not show an
enhancedNF-�B response (54), indicating possible redundancy
between different ABIN proteins.
Binding of TAX1BP1 to A20 was originally described to be

essential for the anti-apoptotic activity of A20 (55), although
the mechanism remains unknown. More recently, TAX1BP1-
deficient cells were shown to have a prolongedNF-�B response
to IL-1, LPS, and TNF treatment, which is associated with ele-
vated ubiquitination of RIP1 and TRAF6 (56, 57). More specif-
ically, TAX1BP1 was shown to bind Lys63-ubiquitinated RIP1
and TRAF6, thus recruiting A20 to its substrate by forming a
ternary complex (57). TAX1BP1 also recruits the E3 ubiquitin
ligase Itch, which further augments Lys48 ubiquitination and
degradation of RIP1. Consistent with these findings, Itch-defi-
cient cells also show enhanced NF-�B activation in response to
TNF (58). It is still unclear if Itch and A20 both ubiquitinate
RIP1 or if Itch ubiquitinates a distinct target that somehow
facilitates the ubiquitin ligase activity of A20.
A20 can also be regulated by post-translational modification

(Fig. 2). TNF and LPS administration triggers the IKK�-de-
pendent phosphorylation of A20 at Ser381, which by a still
unknown mechanism increases the ability of A20 to inhibit
NF-�B activation (59). Phosphorylation of A20 at a 14-3-3-
bindingmotif (RSKpSDP) between zinc fingers 3 and 4 has also
been proposed, but the functional implication of this is still
unclear (60). Recently, antigen receptor stimulation of T and B
cells was shown to result in the site-specific cleavage of A20 by
the paracaspase MALT1, resulting in the disruption of its
NF-�B inhibitory potential (19). In addition, overexpression of
the constitutively active API2-MALT1 fusion protein, which
has been linked to mucosa-associated lymphoid tissue lym-
phoma, also results in A20 cleavage. These data emphasize an
important role of MALT1-mediated A20 cleavage in the “fine-
tuning” of antigen receptor signaling and possibly mucosa-as-
sociated lymphoid tissue lymphoma development.

A20 in Human Disease

A20 intron single-nucleotide polymorphisms leading to
decreased A20 expression are associated with increased risk of
coronary artery disease in patients with type II diabetes (61).
Also, mutation of a single amino acid (E627A) has been shown
to correlate with increased sensitivity to atherosclerosis inmice
(62). Consistent with these data, overexpression of A20 is pro-

tective in amousemodel for atherosclerosis, whereasmice hap-
loinsufficient for A20 show increased lesion size (63). Interest-
ingly, different genome-wide association studies have shown
that multiple polymorphisms in the A20 region are independ-
ently associated with several autoimmune diseases, including
rheumatoid arthritis (64, 65), systemic lupus erythomatosus
(66, 67), and Crohn disease (12). Altogether, these findings
underscore the importance of A20 in controlling inflammatory
responses and indicate that A20may be an important determi-
nant formultiple autoimmunediseases. Abetter understanding
of the mechanism of action and the regulation of A20 might
thus form the basis for the development of novel anti-inflam-
matory therapeutics.
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