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Recent genetic evidence has established a pathogenetic role for NF-kB signaling in cancer.
NF-kB signaling is engaged transiently when normal B lymphocytes respond to antigens,
but lymphomas derived from these cells accumulate genetic lesions that constitutively
activate NF-kB signaling. Many genetic aberrations in lymphomas alter CARD11, MALT1,
or BCL10, which constitute a signaling complex that is intermediate between the B-cell
receptor and IkB kinase. The activated B-cell-like subtype of diffuse large B-cell lymphoma
activates NF-kB byavarietyof mechanisms including oncogenic mutations in CARD11 and a
chronic active form of B-cell receptor signaling. Normal plasma cells activate NF-kB in
response to ligands in the bone marrow microenvironment, but their malignant counterpart,
multiple myeloma, sustains a variety of genetic hits that stabilize the kinase NIK, leading to
constitutive activation of the classical and alternative NF-kB pathways. Various oncogenic
abnormalities in epithelial cancers, including mutant K-ras, engage unconventional IkB
kinases to activate NF-kB. Inhibition of constitutive NF-kB signaling in each of these
cancer types induces apoptosis, providing a rationale for the development of NF-kB
pathway inhibitors for the treatment of cancer.

Given the crucial role of NF-kB in signal-
ing downstream of a multitude of surface

receptors, cancer inevitably has found mecha-
nisms to co-opt this pathway. NF-kB plays an
important role in the initiation and promotion
of cancer by fostering an inflammatory milieu
in which various cytokines aid and abet malig-
nant transformation (reviewed in Karin 2010;
Karin et al. 2006). Some cancers are caused by
viruses that encode activators of the NF-kB
pathway, which block the cell death inherent
in viral transformation (reviewed in Hiscott
et al. 2006). In this article, I focus on mecha-
nisms by which NF-kB is aberrantly and stably

activated by genetic lesions in human cancer.
The selective advantage imparted to a tumor
cell on engagement of the NF-kB pathway de-
rives in large measure from the ability of this
pathway to block apoptosis. In a variety of lym-
phoid cancers, NF-kB is constitutively active
owing to diverse somatic mutations, genomic
amplifications and deletions, and chromosomal
translocations. These abnormalities subvert the
normal function of NF-kB in immune cell
signaling. An oncogenic role for NF-kB has sur-
faced in epithelial cancers as well. This emerging
genetic evidence shows that the NF-kB pathway
is central to the pathogenesis of many cancer
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types, providing impetus for the development
of therapeutics targeting this pathway.

NF-kB signaling can be dichotomized into
a “classical” pathway in which IkB kinase b

(IKKb) phosphorylates IkBa and an “alter-
native” NF-kB pathway in which IKKa phos-
phorylates the p100 precursor of the NF-kB
p52 subunit. The IKK complex in the classical
pathway requires the regulatory IKKg subunit,
whereas the IKK complex in the alternative
pathway does not. The result of these signaling
events is the accumulation of the heterodimeric
NF-kB transcription factors in the nucleus,
with the classical pathway regulating mainly
p50/p65 and p50/c-Rel dimers and the alter-
native pathway regulating p52/relB dimers. In
addition, NF-kB can be activated by other ki-
nases, including the unconventional IKK family
members, IKK1 and TBK1, although the exact
mechanisms linking these kinases to NF-kB
activation need clarification. Numerous signal-
ing pathways converge on these NF-kB regula-
tors, providing ample means by which cancers
can aberrantly stimulate NF-kB.

NF-kB IN LYMPHOMA

As outlined in the following discussion, many
subtypes of human lymphoma rely on constitu-
tive activity of the NF-kB pathway for survival.
This dependency likely has its roots in the per-
vasive role of the NF-kB pathway in normal
B-cell maturation and activation. Genetic dele-
tion of NF-kB subunits in B cells blocks B-cell
differentiation at a variety of steps, depending
on which subunit is ablated (reviewed in Valla-
bhapurapu et al. 2009). The alternative NF-kB
pathway is activated in response to exposure of
B cells to BAFF, a tumor necrosis factor (TNF)
family member made by myeloid-derived cells
in secondary lymphoid organs. Signals from
BAFF are essential for development of ma-
ture follicular B cells from transitional B cells
(Claudio et al. 2002). NF-kB is also required
for the maintenance of all mature resting B cells
because conditional deletion of the IKKb or
IKKg subunits causes B cells to be lost from the
follicular compartment (Pasparakis et al. 2002),
and a small molecule inhibitor of IKKb depletes

the mature B-cell pool (Nagashima et al. 2006).
During antigenic challenge, the classical NF-kB
pathway is strongly activated by B-cell receptor
signaling, via formation of the “CBM” signaling
complex consisting of CARD11, MALT1, and
BCL10 (Thome 2004). The CBM pathway is
pathologically altered in several lymphoma
subtypes.

Roughly 90% of human lymphomas arise
from B lymphocytes at various stages of differ-
entiation, with the remainder derived from T
lymphocytes. The most prevalent type of non-
Hodgkin’s lymphoma is diffuse large B-cell
lymphoma, comprising �40% of cases. This
diagnostic category harbors several molecularly
and clinically distinct diseases, as originally
defined by gene expression profiling (Alizadeh
et al. 2000). The three well-delineated DLBCL
subtypes are termed germinal center B-cell-
like (GCB) DLBCL, activated B-cell-like (ABC)
DLBCL, and primary mediastinal B-cell lym-
phoma (PMBL). These subtypes apparently arise
from different stages of normal B-cell differe-
ntiation and use distinct oncogenic pathways
(Staudt et al. 2005). The DLBCL subtypes
respond differentially to standard chemothera-
peutic regimens (Lenz et al. 2008) and to regi-
mens incorporating newer, more targeted agents
(Dunleavy et al. 2009).

ABC DLBCL

A hallmark of ABC DLBCL is constitutive acti-
vation of the NF-kB pathway (Davis et al. 2001).
Gene expression profiling of tumor biopsy sam-
ples revealed preferential expression of NF-kB
target genes in ABC DLBCL compared with
GCB DLBCL, and this was also true for cell
line models of ABC DLBCL. ABC DLBCLs
engage the classical NF-kB pathways because
they have rapid phosphorylation and turnover
of IkBa and prominent nuclear accumulation
of p50/p65 heterodimers with lesser accumula-
tion of p50/c-rel heterodimers (Davis et al.
2001). Interruption of NF-kB signaling with
an IkB super repressor or with a small molecule
inhibitor of IKKb induces apoptosis in ABC
DLBCL but not GCB DLBCL cell lines (Davis
et al. 2001; Lam et al. 2005).
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A biological consequence of NF-kB signal-
ing in ABC DLBCL is to propel the malignant
cell forward toward the plasma cell stage of dif-
ferentiation. An NF-kB target in ABC DLBCL
is IRF4 (Lam et al. 2005), a key transcription
factor that drives plasmacytic differentiation
(Klein et al. 2006; Sciammas et al. 2006; Shaffer
et al. 2008; Shaffer et al. 2009). In normal lym-
phocytes, IRF4 drives terminal differentiation
by transactivating PRDM1, which encodes
Blimp-1 (Sciammas et al. 2006; Shaffer et al.
2008), another master regulator of plasmacytic
differentiation (Shaffer et al. 2002; Shapiro-
Shelef et al. 2005; Shapiro-Shelef et al. 2003;
Shapiro-Shelef et al. 2005; Turner et al. 1994).
Together, IRF4 and Blimp-1 directly or indirectly
promote expression of XBP-1, a transcription
factor that specifies the secretory phenotype
(Iwakoshi et al. 2003; Reimold et al. 2001; Shaffer
et al. 2004). Interestingly, ABC DLBCLs express
IRF4 and XBP-1, but frequently have genetic
lesions that inactivate Blimp-1 (Iqbal et al.
2007; Pasqualucci et al. 2006; Shaffer et al.
2000; Tam et al. 2006). These observations sug-
gest a model in which NF-kB activation in
ABC DLBCL transactivates IRF4 and initiates
plasmacytic differentiation, but full plasmacytic
differentiation is blocked by lesions that inacti-
vate Blimp-1. In this way, the tumor escapes
the cell cycle arrest that typifies normal plasma
cells, which is due in part to repression of
MYC by Blimp-1 (Lin et al. 1997).

Another important influence of NF-kB sig-
naling on ABC DLBCL biology is the produc-
tion of the cytokines IL-6 and IL-10 (Ding
et al. 2008; Lam et al. 2008). Both cytokines
are secreted by ABC DLBCL cells and signal in
an autocrine fashion, activating the transcrip-
tion factor STAT3. A signature of STAT3 target
genes typifies a subset of ABC DLBCL tumors,
and these tumors have high STAT3 protein levels
and have phosphorylated STAT3 in the nucleus
(Lam et al. 2008). In contrast, GCB DLBCL
biopsies lack both STAT3 target gene expres-
sion and phosphorylated STAT3. ABC DLBCLs
with STAT3 activation also have higher expres-
sion of NF-kB target genes, in keeping with
the fact that STAT3 physically interacts with
NF-kB factors, thereby increasing their ability

to transactivate their targets (Yang et al. 2007).
As a consequence of this interaction, a JAK ki-
nase inhibitor, which extinguished STAT3 phos-
phorylation, synergized with an IKKb inhibitor
in killing ABC DLBCL cells (Lam et al. 2008).

Engagement of the CARD11/BCL10/MALT1
Signaling Module in ABC DLBCL

The mechanisms responsible for constitutive
NF-kB signaling in ABC DLBCL have been elu-
cidated by RNA interference genetic screens
(Ngo et al. 2006). In these so-called “Achilles
heel” screens, shRNAs are screened for those
that block cancer cell proliferation and survival.
An initial Achilles heel screen revealed toxicity
of shRNAs targeting CARD11, MALT1, and
BCL10 for ABC but not GCB DLBCL cell lines
(Ngo et al. 2006). In normal lymphocytes, these
three proteins form a “CBM” signaling complex
that is required for NF-kB signaling down-
stream of the antigen receptors (reviewed in
Blonska et al. 2009; Rawlings et al. 2006;
Thome 2004) (Fig. 1A). CARD11 is a multido-
main signaling scaffold protein, consisting of an
amino-terminal CARD domain, a coiled-coil
domain, and a carboxy-terminal MAGUK
domain. In a resting lymphocyte, CARD11
resides in a latent form in the cytoplasm. On
antigen receptor engagement, CARD11 is phos-
phorylated in a “linker” region residing between
its coiled-coil and MAGUK domains (Matsu-
moto et al. 2005; Sommer et al. 2005). In B cells,
PKCb carries out this function, whereas PKCu is
responsible in T cells. Phosphorylated CARD11
relocalizes to the plasma membrane, where it
recruits a multiprotein complex consisting of
MALT1, BCL10, TRAF6, TAK1, caspase 8, and
c-Flip (McCully et al. 2008). A series of ubiquitin-
dependent interactions leads to IKK activation
(reviewed in Chen 2005). On recruitment to
the CBM complex, TRAF6 becomes active as a
ubiquitin ligase, attaching K63-linked polyubi-
quitin chains to itself and MALT1 (Oeckinghaus
et al. 2007; Sun et al. 2004). The IKK complex is
subsequently recruited, most likely using its
ubiquitin binding domain to attach to ubiquiti-
nated TRAF6 and MALT1. TRAF6 ubiquitinates
IKKg, which is a required step in its activation
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Figure 1. Role of BCR signaling to NF-kB in ABC DLBCL. (A) Schematic of BCR signaling to NF-kB. Recurrent
genetic alterations in ABC DLBCL that result in constitutive NF-kB activation are indicated by the gray boxes.
Proximal signaling by the BCR is initiated by SRC-family kinases (SFK; e.g., LYN, FYN, FGR, and BLK), which
phosphorylate the ITAM motifs in the CD79A and CD79B components of the BCR receptor. SYK is recruited to
the phosphorylated ITAMs and activated to phosphorylate many downstream proteins. The PI(3) kinase
pathway is activated by SRC-family kinase phosphorylation of the BCR coreceptor CD19. The generation of
PIP3 by PI(3) kinase recruits BTK and associated BLNK and phospholipase Cg2 (PLCg2) to the plasma
membrane. PLCg2 generates inositol triphosphate (IP3), which leads to opening of the capacitative calcium
channel, thereby activating the NF-AT pathway. Diacylglycerol (DAG) is also generated, which activates
protein kinase Cb (PKCb). PKCb phosphorylates the latent form of CARD11 (CARD-off ) in the cytoplasm,
causing it to adopt an active conformation (CARD11-on), translocate to the plasma membrane, and
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as a kinase. Ubiquitinated TRAF6 also interacts
with TAB2, leading to activation of the associated
kinase TAK1. TAK1 carries out the second req-
uired step in IKK activation, phosphorylation of
IKKb in its activation loop.

RNA interference screening in DLBCL also
revealed casein kinase 1a (CK1a) as a new com-
ponent of the CBM pathway (Bidere et al. 2009).
shRNAs targeting CK1a were toxic for ABC
but not GCB DLBCL cell lines and blocked
the formation of the CBM complex in activated
lymphocytes. CK1a performs two opposing
functions in this pathway. First, CK1a interacts
with CARD11 and promotes the formation
of the CBM complex; this function does not
require its kinase activity. Second, CK1a phos-
phorylates serine 608 in the CARD11 linker
region, decreasing NF-kB signaling, perhaps
by enhancing turnover of CARD11. Given these
opposing activities, the only effective way in
which to target CK1a therapeutically would
be to inhibit its interaction with CARD11.

Oncogenic CARD11 Mutations

Whereas the function of the CBM complex in
normal antigen receptor signaling is transient,
being limited by several negative feedback
loops, the CBM complex is continuously req-
uired for the survival of ABC DLBCL cells. An
explanation of this paradox was revealed by
the discovery of somatic CARD11 mutations

in DLBCL (Lenz et al. 2008). CARD11 muta-
tions are present in �10% of ABC DLBCLs,
and all mutations are confined to the coiled-coil
domain. At a lower frequency, CARD11 muta-
tions are present in GCB DLBCLs, and these
rare cases have high NF-kB target gene expres-
sion, unlike most GCB DLBCLs. The CARD11
mutants can constitutively activate NF-kB when
introduced into heterologous cells. Moreover,
these mutants potentiated the activation of
NF-kB following antigen receptor stimulation.

The oncogenic activation of CARD11 by
mutations DLBCL is likely explained by their
effect on CARD11 subcellular localization (Lenz
et al. 2008). Whereas wild-type CARD11 local-
izes diffusely in the cytoplasm, the CARD11
mutations form prominent cytoplasmic aggre-
gates. These aggregates colocalize with other
components of the CBM signalosome, includ-
ing MALT1 and phosphorylated IKK, sug-
gesting that they are sites of active signaling.
The quantitative degree of aggregation by the
various CARD11 mutations correlates directly
with the degree of IKK kinase activity, again
suggesting the aggregates are functional.

The coiled-coil domain mediates several
essential functions in CARD11 (Tanner et al.
2007). Point mutations in the coiled-coil can
destroy the function of the protein in lympho-
cyte activation (Jun et al. 2003). Certain muta-
tions in the coiled-coil domain impair its self
association, whereas others block membrane

Figure 1. (Continued) recruit the signaling adapters BCL10 and MALT1. MALT1 binds TRAF6, causing TRAF6
to catalyze K63-linked polyubiquitination of the IKKg subunit, MALT1 and itself. TAB2 recognizes the
polyubiquitin chains on TRAF6, leading to phosphorylation of IKKb in its activation loop by TAK1 kinase.
Ubiquitination of IKKg and phosphorylation of IKKb activate IKKb to phosphorylate IkBa.
Phosphorylated IkBa is ubiquitinated by the ubiquitin ligase bTrCP, leading to its proteasomal degradation.
Nuclear NF-kB heterodimers activate multiple target genes, including A20. A20 terminates NF-kB signaling
by removing K63-linked ubiquitin chains from IKKg, TRAF6, and MALT1, and attaching K48-linked
ubiquitin chains. (B) The role of chronic active BCR signaling in the pathogenesis of ABC DLBCL. Genetic
mutations in CD79B and CD79A ITAM regions in ABC DLBCLs suggest that BCR signaling is key to the
pathogenesis of ABC DLBCL. CD79B and CD79A ITAM mutations in the mouse cause hyperactive BCR
signaling, suggesting that CD79 ITAM mutations in ABC DLBCL may amplify antigen-stimulated BCR
signaling. CD79 ITAM mutations increase surface BCR expression and decrease activation of LYN kinase, a
negative regulator of BCR signaling, potentially resulting in increased signaling to NF-kB and greater clonal
expansion. A separate step leading to chronic active BCR signaling in ABC DLBCL is the acquisition of
spontaneous BCR clustering, which is not caused by the ITAM mutations. The BCR clustering phenotype
could theoretically be acquired either before or after the CD79 mutations. Finally, ABC DLBCLs must
acquire additional oncogenic hits to become fully malignant.
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localization of CARD11 (Tanner et al. 2007).
The coiled-coil domain appears to be under
the negative influence of the linker domain.
Deletion of the linker regions results in a consti-
tutively active form of CARD11 (McCully et al.
2008; Sommer et al. 2005), suggesting that the
linker region may fold back on the coiled-coil
domain, inhibiting its function. Indeed, an
isolated linker peptide can associate with a pep-
tide consisting of the amino-terminal CARD
and coiled-coil domains (McCully et al. 2008).
Certain phosphorylations of the linker do-
main activate CARD11 (Matsumoto et al.
2005; Sommer et al. 2005), and these presum-
ably interfere with the association of the linker
regions with the coiled-coil domain, although
this needs to be directly tested experimentally.
Once relieved of the negative influence of the
linker region, the coiled-coil domain contrib-
utes to binding of BCL10, Caspase-8, TRAF6,
and IKKg (McCully et al. 2008).

These results suggest a simple model in
which the CARD11 mutations in DLBCL pre-
vent association of the coiled-coil and linker
domains, creating an isoform that binds several
NF-kB pathway components constitutively. Less
clear is why the CARD11 mutations cause the
protein to form such prominent cytosoloic
aggregates. Presumably, this represents un-
controlled lattice formation involving both the
coiled-coil domain and the carboxy-terminal
MAGUK domain. MAGUK proteins form large
protein interaction lattices that contribute
to the postsynaptic density in neurons and
tight junctions (Funke et al. 2005). By analogy,
the CARD11 aggregates may be signaling lattices
that massively nucleate components of the
NF-kB signaling cascade. Therapeutic targeting
of CARD11 coiled-coil domain interactions
should be considered because overexpression
of an isolated coiled-coil domain abrogates
NF-kB signaling and kills ABC DLBCL cell
lines with either wild-type or mutant CARD11
(Lenz et al. 2008). A structural analysis of the
CARD11 coiled-coil domain will be required
to determine how a small molecule might inter-
fere with the function of the mutant coiled-coil
domains.

Chronic Active B-cell Receptor Signaling

In the majority of ABC DLBCLs, CARD11 is not
mutated, yet the tumors have high expression
of NF-kB target genes. Further, ABC DLBCL
cell lines with wild-type CARD11 are killed
by CARD11 knockdown. These observations
led to the hypothesis that an upstream signaling
pathway activates CARD11 and NF-kB in these
cases (Davis et al. 2010). An RNA interference
screen revealed that the kinase BTK is required
for NF-kB signaling in ABC DLBCLs with wild-
type CARD11. Mutations in BTK cause a failure
of B-cell production in Bruton’s X-linked agam-
maglobulinemia (Satterthwaite et al. 2000).
BTK is also a key kinase required to connect
B-cell receptor (BCR) signaling to NF-kB
(Bajpai et al. 2000; Petro et al. 2000). Following
BCR signaling, BTK forms a complex with
the adapter BLNK and phospholipase Cg2
(PLCg2). PLCg2 then produces the second
messenger diacyl glycerol, which activates
PKCb, leading to CARD11 phosphorylation
and NF-kB signaling. In keeping with this
model, mouse B-cells deficient in BLNK,
PLCg2, and PKCb are all defective in NF-kB
activation (Leitges et al. 1996; Petro et al.
2001; Saijo et al. 2002; Tan et al. 2001).

ABC DLBCLs with wild-type CARD11 acti-
vate BTK as a consequence of signals emanating
from the BCR itself. In these lymphoma cells,
knockdown of the immunoglobulin heavy or
light chains is lethal, as is knockdown of the
essential signaling subunits of the BCR, CD79A
(Ig-a) and CD79B (Ig-b) (Davis et al. 2010).
BCR disruption blocks several downstream
signaling pathways in these cells, including
NF-kB, AKT/mTOR, ERK MAP kinase, and
NF-AT. Given that BCR signaling engages these
potent cell growth and survival pathways, it is
perhaps not surprising that lymphomas have
found ways to use BCR signaling pathologically.

Total internal reflection microscopy re-
vealed that the BCRs in these lymphoma cells
form prominent clusters in the plasma mem-
brane that have low diffusion (Davis et al.
2010). These are likely to be the sites of active
BCR signaling because the clusters colocalize
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with phosphotyrosine. In contrast, the BCRs in
cell lines representing GCB DLBCL, Burkitt’s
lymphoma, and mantle cell lymphoma are dis-
tributed diffusely in the plasma membrane. In
normal B cells, interaction with a membrane-
bound antigen causes the BCRs to form immo-
bile clusters within seconds of contact (Tolar
et al. 2009). Hence, the clustered BCRs in ABC
DLBCLs could represent the influence of an
antigen. Alternatively, these lymphoma cells
may have defects in the regulation of BCR
assembly in the plasma membrane.

The constitutive BCR activity in these ABC
DLBCLs has been termed “chronic active BCR
signaling” to deliberately distinguish it from
“tonic” BCR signaling. Tonic BCR signaling
was initially defined based on experiments
in which the BCR was conditionally ablated in
mouse B cells (Kraus et al. 2004; Lam et al.
1997). In these mice, all mature B cells disap-
peared over the course of 1–2 weeks, demon-
strating an ongoing requirement for BCR
signaling in the survival of mature B cells. Tonic
BCR signaling most likely does not require anti-
gen engagement by the BCR because artificial
BCR mimics that lack immunoglobulin com-
ponents can rescue the development and sur-
vival of B cells that lack immunoglobulin
(Monroe 2006). Recent experiments implicate
PI(3) kinase signaling as an important survival
signal that is delivered by tonic BCR signaling
(Srinivasan et al. 2009). An activated allele of
the p110 subunit of PI(3) kinase could rescue
B cells following BCR ablation but an activated
IKKb allele could not. Nonetheless, NF-kB may
still contribute to tonic signaling because con-
ditional ablation of IKKb or IKKg in mouse B-
cells impairs their survival (Pasparakis et al.
2002).

Chronic active BCR signaling can be distin-
guished from tonic BCR signaling by two main
criteria. First, tonic BCR signaling does not
appear to require the CBM complex because
mice deficient in CBM components have rela-
tively normal numbers of follicular B cells
(Thome 2004), unlike mice in which tonic
signaling has been blocked. Because the BCR
signaling in ABC DLBCL acts through the
CBM complex, it cannot be characterized as

“tonic.” Second, tonic BCR signaling in the
mouse is required to maintain resting mature
B cells, which have unclustered BCRs. In con-
trast, the BCRs in ABC DLBCLs are clustered,
more akin to antigen-stimulated B cells than
to resting B cells. Although it remains possible
that tonic BCR signaling is required for the sur-
vival of some lymphoma subtypes, it does not
appear to play a role in the pathogenesis of
ABC DLBCL.

Cancer gene resequencing has revealed re-
current somatic mutations in BCR components
in ABC DLBCL, providing a genetic “smoking
gun” implicating BCR signaling in the patho-
genesis of this lymphoma subtype (Davis
et al. 2010). In over one fifth of ABC DLBCL
specimens, somatic mutations are present in
CD79B and less frequently in CD79A, but
such mutations are rare or absent in other lym-
phoma subtypes. All mutations affect the crit-
ical “ITAM” signaling motifs of CD79A and
CD79B. The ITAM motif is an evolutionarily
conserved signaling module in several immune
receptors that includes two invariant tyrosine
residues (Reth 1989). SRC-family tyrosine kin-
ases phosphorylate the ITAM tyrosines and
then become further active as kinases when
they bind the phosphorylated ITAMs through
their SH2 domains. SYK is also recruited via
its tandem SH2 domains to phosphorylated
ITAMs, becoming active as a kinase in the proc-
ess. One sixth of ABC DLBCLs have mutations
that change the first ITAM tyrosine of CD79B
to a variety of other amino acids (Davis et al.
2010). One ABC DLBCL tumor was identified
that has a surgical three-base-pair deletion that
removed this tyrosine, further accentuating its
importance. At a lower frequency, ABC DLBCL
tumors have point mutations affecting other
conserved CD79B ITAM residues or deletions
that remove all or part of the ITAM regions of
CD79B or CD79A.

The CD79 mutations in ABC DLBCL are
not loss-of-function because they sustain sur-
vival of ABC DLBCL cells and promote sig-
naling to NF-kB (Davis et al. 2010). Unlike
CARD11 coiled-coil mutants, however, the
CD79 mutants do not activate NF-kB when
introduced into a heterologous cell type. Clues
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to the function of the CD79 mutations come
from studies of knockin mice with loss or muta-
tion of CD79A or CD79B ITAMs (Gazumyan
et al. 2006; Kraus et al. 1999; Torres et al.
1999). Unexpectedly, mature B cells develop
in these animals despite disruption of one or
the other CD79 ITAM motif. In fact, B cells
from these mice are hyperresponsive to certain
antigenic stimuli. For example, mice with
both CD79B ITAM residues changed to alanine
have higher serum IgM levels and respond with
10-fold higher antibody titers to immunization
with a T cell-independent antigen (Gazumyan
et al. 2006). Further, B cells from these mice
have higher expression of the BCR on the cell
surface because of decreased receptor inter-
nalization. This latter phenotype is also a fea-
ture of the CD79 mutants from ABC DLBCL
tumors: Reconstitution of the BCR with a
CD79B mutant in the first ITAM tyrosine yields
higher BCR expression than reconstitution
with wild-type CD79B (Davis et al. 2010). In
contrast, a CD79B mutant affecting the second
ITAM tyrosine, which has not been observed
in ABC DLBCL tumors, does not raise surface
BCR expression, highlighting the functional
specificity of the human CD79B mutants.
Chronic active BCR signaling lowers surface
expression of the BCRs containing wild-type
CD79B but not those with mutant CD79B, sug-
gesting that CD79B mutations may have been
selected in part to prevent signaling-induced
receptor internalization (Davis et al. 2010).

A second functional attribute of the CD79
mutations in ABC DLBCL is to block negative
autoregulation by the kinase LYN. LYN per-
forms a dual function in B cells (Gauld et al.
2004; Xu et al. 2005). Like other SRC-family
kinases, LYN participates in the initial activa-
tion of BCR signaling by phosphorylating
CD79 ITAMs. However, LYN is unique among
SRC-family kinases in initiating a feedback
loop that attenuates BCR signaling. LYN can
phosphorylate the “ITIM” modules in CD22
and the Fc g-receptor, allowing recruitment of
the phosphatase SHP1 to the BCR, leading to
ITAM tyrosine dephosphorylation. LYN can
also phosphorylate SYK at a negative regulatory
site, decreasing SYK kinase activity. Because of

these negative regulatory mechanisms, mice
deficient in LYN have hyperactive BCR signal-
ing that leads to a severe and sometimes fatal
autoimmune disease (Chan et al. 1997). ABC
DLBCL cells reconstituted with mutant CD79B
have consistently less LYN kinase activity than
those reconstituted with wild-type CD79B
(Davis et al. 2010). Because LYN is an impor-
tant regulator of BCR internalization (Ma
et al. 2001; Niiro et al. 2004), the inhibition of
LYN kinase activity might explain the higher
surface BCR levels in ABC DLBCL cells with
mutant CD79B.

These observations suggest a model in
which the CD79 mutations are selected in
ABC DLBCLs to avoid negative influences on
BCR signaling (Fig. 1B). This could occur at
an early stage of lymphomagenesis in which a
self or foreign antigen-dependent B cell might
acquire a CD79 ITAM mutation, allowing it
to undergo greater clonal expansion, enhance
activation of NF-kB, and avoid cell death. An
independent step in the formation of ABC
DLBCL appears to be the acquisition of BCR
clustering, which is independent of the CD79
mutations (Davis et al. 2010), but is likely
responsible for the strong constitutive BCR sig-
naling that typifies these lymphomas. Finally,
ABC DLBCLs accumulate a number of other
oncogenic hits that are required to create a fully
malignant clone (Lenz et al. 2008).

Other Genetic Alterations Deregulating
NF-kB in ABC DLBCL

Taken together, the CARD11 and CD79 muta-
tions could potentially account for the NF-kB
activation in roughly one third of ABC DLBCLs,
implying that many more genetic alterations
will be discovered that affect NF-kB in this
lymphoma subtype. One common target of
genetic inactivation in ABC DLBCL is A20, a
negative regulator of NF-kB signaling. ABC
DLBCLs have a variety of nonsense mutations
and genomic deletions that inactivate A20 in
roughly one-quarter of cases, but these events
have been observed in only 2% of GCB DLB-
CLs (Compagno et al. 2009). Reintroduction
of wild-type A20 into an ABC DLBCL cell line
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with an A20 mutation extinguished NF-kB sig-
naling and caused apoptosis. A20 serves as a
negative regulator of NF-kB signaling by
deubiquitinating TRAF2, TRAF6, MALT1, and
the IKKg subunit (Boone et al. 2004; Lin et al.
2008; Mauro et al. 2006; Wertz et al. 2004). An
important point to emphasize is that A20 serves
as a brake on NF-kB signaling, but its loss most
likely cannot by itself cause NF-kB signaling.
This concept is illustrated by A20-deficient
mice, which die from a lethal inflammatory
disease (Boone et al. 2004). The inflammatory
disease in these mice depends on homeostatic
MyD88 signaling in response to commensal
gut flora (Turer et al. 2008). In ABC DLBCLs,
it is likely that A20 mutations augment but
do not cause constitutive NF-kB signaling.
A20 mutations may cooperate with events that
activate NF-kB signaling, such as CARD11 mu-
tations or chronic active BCR signaling. For
example, one cell line with an A20 mutation,
RC-K8 (Compagno et al. 2009), also harbors
inactivating mutations in IkBa (Kalaitzidis
et al. 2002).

One TRAF2 mutant was isolated that can
activate NF-kB when overexpressed (Com-
pagno et al. 2009). However, the mutant protein
appeared to be significantly less stable than
wild-type TRAF2 protein, making the inter-
pretation of this mutant complicated. Other
NF-kB modulators reported to be mutated
in DLBCLs include RANK, TRAF5, and TAK1,
but the effect of these mutations on NF-kB sig-
naling was not studied (Compagno et al. 2009).

GCB DLBCL

GCB DLBCL likely derives from the rapidly
proliferating centroblasts within the germinal
center. Following activation by antigen, B-cells
acutely activate NF-kB via the CBM complex.
Thereafter, by mechanisms that are poorly
understood, the B cell adopts a new gene expres-
sion program that is strikingly distinct from
that of an acutely activated B cell. In particular,
the NF-kB pathway is essentially silent in germi-
nal center B cells, as measured by expression of
NF-kB target genes and by nuclear accumula-
tion of NF-kB heterodimers (Basso et al. 2004;

Shaffer et al. 2001). However, it is likely that
NF-kB signaling is periodically activated in
germinal center B cells because CD40, a known
activator of the classical and alternative NF-kB
pathway, is continuously required to sustain
the germinal center reaction (Han et al. 1995).
A small fraction of germinal center B cells have
nuclear NF-kB, indicating that they may be
receiving stronger signals either from CD40
ligand on the surface of follicular helper T cells
or from antigen (Basso et al. 2004). This stronger
NF-kB signal can promote transcription of the
NF-kB target gene IRF4, which encodes a key
inducer of plasmacytic differentiation.

Because of their germinal center derivation,
GCB DLBCLs have generally lower expression
of NF-kB target genes than other DLBCL sub-
types. A confounding issue in these analyses
is that NF-kB target genes can be expressed
by nonmalignant immune cells (macrophages
and T cells) that infiltrate the lymphoma. How-
ever, GCB DLBCL cell lines have much lower
expression of NF-kB target genes than ABC
DLBCL cell lines (Davis et al. 2001). Moreover,
in situ analysis of nuclear NF-kB abundance
confirms that the majority of GCB DLBCLs
have little NF-kB activation (Compagno et al.
2009), and thus inherit from their nonmalignant
counterparts a low NF-kB set point. Accordingly,
treatment of GCB DLBCL cell lines with in-
hibitors of IkB kinase has no effect (Lam et al.
2005).

A minority of GCB DLBCLs may activate
NF-kB, as evidenced by the presence of on-
cogenic CARD11 mutations in 3.7% of cases
(Lenz et al. 2008). These rare GCB DLBCLs
retain expression of germinal center B cell
signature genes, on which is layered the expres-
sion of NF-kB target genes (Lenz et al. 2008).
An occasional GCB DLBCL may also use the
chronic active BCR signaling mechanism
because 3% of these cases had genetic altera-
tions of the CD79B ITAM (Davis et al. 2010).

Curiously, a recurrent genetic abnormality
in GCB DLBCL is amplification of the locus
on chromosome 2 encoding c-rel (Lenz et al.
2008). This amplicon occurs in 27% of GCB
DLBCLs but in only 5% of ABC DLBCLs. These
GCB DLBCLs are not associated with nuclear
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c-Rel (Feuerhake et al. 2005), nor with higher
expression of the NF-kB target gene signature
(Davis et al. 2001). Therefore, the selective pres-
sure for GCB DLBCLs to amplify this locus may
relate to another gene in this genomic interval.
Alternatively, the amplification of the c-rel locus
could have been selected early in the evolution of
the tumor to enhance responsiveness to extra-
cellular stimuli that engage the NF-kB pathway.

PRIMARY MEDIASTINAL B-CELL
LYMPHOMA

Primary mediastinal B-cell lymphoma (PMBL)
is a subtype of DLBCL that is clinically distinct,
occurring most commonly in young women
under 40. As the name implies, this lymphoma
subtype typically arises in the mediastinum and
most likely originates from a rare thymic B-cell
subpopulation (Copie-Bergman et al. 2002).
Gene expression profiling revealed that PMBL
has a distinctive gene expression signature that
can be used to differentiate this entity from
other DLBCL subtypes (Rosenwald et al. 2003;
Savage et al. 2003).

Unexpectedly, PMBL shares an extensive
gene expression signature with the malignant
cells of Hodgkin lymphoma, known as Hodgkin
Reed-Sternberg (HRS) cells (Rosenwald et al.
2003; Savage et al. 2003). Included in the shared
gene expression signature are NF-kB target genes
(Rosenwald et al. 2003; Savage et al. 2003). Inhi-
bition of NF-kB signaling in a PMBL cell line,
using either an IKKb inhibitor or an IkBa
super-repressor, extinguished NF-kB target
gene expression and induced cell death (Feuer-
hake et al. 2005; Lam et al. 2005).

Clues regarding the molecular nature of con-
stitutive NF-kB signaling in PMBL are beginning
to emerge. Inactivating mutations and dele-
tions of A20 are recurrent in PMBL, occurring
in roughly one third of cases (Schmitz et al.
2009). As in ABC DLBCL, the removal of the
negative influence of A20 may potentiate other
mechanisms that activate NF-kB in these cells.
Roughly one fifth of PMBL cases have amplifi-
cation of the c-rel locus (Lenz et al. 2008), and
this is associated with nuclear c-rel (Feuer-
hake et al. 2005). Overexpression of c-rel likely

augments the constitutive NF-kB activation in
these cases. Despite these clues, the root cause
of constitutive IKKb activation in PMBL remains
elusive.

HODGKIN LYMPHOMA

Hodgkin lymphoma is characterized by tumors
in which the malignant HRS cells are imbedded
in a sea of inflammatory cells from a variety
of hematopoietic lineages. In roughly one half
of Hodgkin lymphomas, the HRS cell harbors
the Epstein-Barr virus (EBV), which encodes
LMP1, a potent activator of NF-kB. Although
LMP1 may account for NF-kB signaling in
EBV-positive cases, analysis of primary HRS
cells and cell lines from EBV-negative cases
also revealed constitutive nuclear p50/p65 het-
erodimers, consistent with classical NF-kB
signaling (Bargou et al. 1996). Inhibition of
NF-kB using an IkBa super-repressor was toxic
to Hodgkin cell lines (Bargou et al. 1997).

In �20% of Hodgkin lymphoma cases, the
HRS cells have inactivating mutations or dele-
tions of NFKBIA, encoding IkBa (Cabannes
et al. 1999; Emmerich et al. 1999; Jungnickel
et al. 2000; Lake et al. 2009). Less commonly,
genetic events inactivate NFKBIE, encoding
IkB1 (Emmerich et al. 2003). Notably, genetic
inactivation of IkBa occurs preferentially
in EBV-negative Hodgkin lymphomas, pre-
sumably because the LMP1-mediated NF-kB
eliminates the selective pressure for IkBa
abnormalities (Lake et al. 2009).

In some EBV-negative Hodgkin lymphoma
cell lines, IKK constitutively phosphorylates
and degrades wild-type IkBa (Krappmann et
al. 1999). Although the molecular underpin-
nings of this constitutive IKK activity are not
fully understood, HRS cells from 44% of Hodg-
kin lymphomas sustain genomic mutations and
deletions that inactivate A20, the majority of
which are in EBV-negative cases (Schmitz
et al. 2009). Reconstitution of A20-deficient
Hodgkin cell lines with A20 causes cell death
by shutting down NF-kB signaling. However,
as in ABC DLBCL, loss of the negative regulator
A20 may be insufficient to activate NF-kB,
and additional mechanisms may contribute in

L.M. Staudt

10 Cite this article as Cold Spring Harb Perspect Biol 2010;2:a000109



positively activating IKKb in Hodgkin lym-
phoma in a cell autonomous fashion.

Within the inflammatory milieu of the
Hodgkin lymphoma tumor, various TNF recep-
tor signaling pathways could conceivably con-
tribute to NF-kB activation of the HRS cell.
For example, activated T cells in the microenvi-
ronment of the HRS cells often express CD40
ligand (Carbone et al. 1995; Gruss et al. 1994),
which may active the classical and alternative
pathways in HRS cells. Additionally, the TNF
family receptor CD30 is expressed highly in
Hodgkin lymphoma (Schwab et al. 1982) and
its ligand is expressed on mast cells and eosino-
phils, which are present in Hodgkin lymphoma
tumors (Molin et al. 2002; Pinto et al. 1996).

A less common form of Hodgkin lympho-
ma, termed lymphocyte-predominant Hodgkin
lymphoma, has a cellular composition resem-
bling a normal germinal center reaction, includ-
ing the presence of follicular dendritic cells and
T-follicular helper cells (Schmitz et al. 2009).
This Hodgkin lymphoma subtype also has
constitutive NF-kB activation as evidenced by
NF-kB target gene expression and nuclear
p65 (Brune et al. 2008). The mechanisms res-
ponsible are unknown but do not include A20
inactivation.

MALT LYMPHOMA

Mucosa-associated lymphoid tissue (MALT)
lymphoma, a form of marginal zone lymphoma,
is an often indolent disease that occurs most
commonly in the stomach but can also arise at
a variety of anatomical sites near mucosal sur-
faces (Isaacson et al. 2004). In most cases, gastric
MALT lymphoma is associated with persistent
infection with Helicobacter pylori. Other mar-
ginal zone lymphomas have been associated
with Chlamydia psittaci, Campylobacter jejuni,
Borellia burgdorferi, and hepatitis C virus
infections (Ferreri et al. 2007). Ex vivo culture
experiments suggest that H. pylori antigens trig-
ger T-cell proliferation but do not affect the
malignant MALT lymphoma clone (Hussell
et al. 1996). Instead, the BCRs of the malig-
nant B-cell clone often possess rheumatoid fac-
tor activity (Bende et al. 2005). This suggests a

scenario in which nonmalignant B cells in the
inflammatory microenvironment produce pol-
yclonal IgG antibodies specific for H. pylori that
generate immune complexes, which then bind
to the BCR of the malignant B-cell clone owing
to its rheumatoid factor activity. These gastric
MALT lymphomas presumably activate NF-kB
via BCR signaling although this has not been
directly tested. Remarkably, eradication of H.
pylori by antibiotic treatment causes sustained
complete remissions in many of these patients
with gastric MALT lymphoma (Wotherspoon
et al. 1993).

However, antibiotic therapy is ineffective in
a substantial proportion of gastric MALT cases,
suggesting a different pathogenesis. Approxi-
mately 25% of gastric MALT lymphoma harbor
a t(11:18) translocation that creates a fusion
protein between c-IAP2 and MALT1 (Akagi
et al. 1999; Dierlamm et al. 1999; Morgan
et al. 1999). These cases do not appear to have
BCRs with rheumatoid factor activity (Bende
et al. 2005) and are not responsive to anti-
biotic treatment (Liu et al. 2002). Less com-
monly, MALT1 can be overexpressed in MALT
lymphoma as a consequence of a t(14;18) trans-
location linking it to the immunoglobulin
heavy chain (IgH) locus or by chromosomal
amplification of the MALT1 locus (Sanchez-
Izquierdo et al. 2003). In rare cases, MALT
lymphomas are associated with a t(1;14) trans-
location that juxtaposes BCL10 translocation
with the IgH locus (Willis et al. 1999; Zhang
et al. 1999).

Transgenic mice expressing either the c-IAP2-
MALT1 fusion protein or BCL10 under control
of immunoglobulin heavy chain enhancer
elements develop splenic marginal zone hyper-
plasia (Baens et al. 2006; Li et al. 2009). These
findings underscore the relationship between
CARD11/BCL10/MALT1 signaling and mar-
ginal zone B-cell differentiation, which is also
evident from the defective marginal zone devel-
opment in mice deficient in MALT1 or BCL10
(Thome 2004). The low frequency and delayed
onset of lymphoma in these mice suggests that
uncontrolled NF-kB activation is insufficient for
lymphomagenesis and that additional cooperat-
ing oncogenic events are necessary.

Oncogenic Activation of NF-kB
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Although the chromosomal breakpoints in
t(11;18) translocations are somewhat variable
(Isaacson et al. 2004), in most cases the c-IAP2-
MALT1 fusion protein includes 3 BIR domains
of c-IAP2 and the paracaspase domain of
MALT1 (Fig. 2A). Missing is the c-IAP2 RING
finger domain, presumably because it mediates
c-IAP2 autoubiquitination and destabilization.
Also missing is the death domain of MALT1,
which is required for BCL10 interaction. Dur-
ing normal antigen receptor signaling, BCL10
is required to oligimerize MALT1 to activate
NF-kB (Lucas et al. 2001). The role of BCL10

in c-IAP2-MALT1 signaling to NF-kB is contro-
versial: Two studies found that BCL10 is not
required for NF-kB activation by c-IAP2-
MALT1 (Noels et al. 2007; Ruland et al. 2003),
whereas another report found that BCL10
knockdown abrogated NF-kB activation by the
fusion protein in HeLa cells (Hu et al. 2006).
This latter study reported that c-IAP2 binds
BCL10 through its BIR domains (Hu et al.
2006), but this was not observed in another
study (Noels et al. 2007). BCL10 protein is
more abundant in MALT lymphomas with
the t(11;18) translocation than in cases lacking
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Figure 2. Pathogenesis of MALT lymphoma. (A) Schematic of the c-IAP2-MALT1 fusion oncoprotein produced
by the t (11;18) translocation in MALT lymphomas. Shown is one common fusion breakpoint (dashed line), but
other breakpoints occur less frequently (for review, see Isaacson et al. 2004). (B) Molecular mechanisms of
NF-kB activation by the c-IAP2-MALT1 fusion protein. c-IAP2-MALT1 forms multimers by heterotypic
interactions between its BIR and MALT1 regions. c-IAP2-MALT1 binds TRAF6, activating the K63-linked
ubiquitin ligase activity of TRAF6 for IKKg and itself. Polyubiquitated TRAF6 binds TAB2, thereby
activating the associated TAK1 kinase to phosphorylate IKKb. The ubiquitin-binding domain of
c-IAP2-MALT1 stabilizes its interaction with ubiquitinated IKK. The proteolytic cleavage of a substrate
protein, potentially A20, by the paracaspase domain of MALT1 is required for the function of
c-IAP2-MALT1. TRAF2 is also required for c-IAP2-MALT1 activity, but its substrate is unknown.

L.M. Staudt

12 Cite this article as Cold Spring Harb Perspect Biol 2010;2:a000109



this translocation (Hu et al. 2006), perhaps
because of the ability of c-IAP2-MALT1 to dom-
inantly interfere with the ability of c-IAP2 to
ubiquitinate and degrade BCL10 (Hu et al.
2006). Some of the discrepancies in the afore-
mentioned studies may be traced to different
model systems and conditions, most of which
use overexpression of proteins in heterologous
cell types. Clearly lacking in these studies is
an analysis of these biochemical interactions in
MALT lymphoma cells.

The c-IAP2-MALT1 fusion protein acti-
vates NF-kB when overexpressed (Lucas et al.
2001; Ruland et al. 2003; Uren et al. 2000).
The carboxy-terminal BIR1 domain appears
to mediate two functions required for NF-kB
activation. First, this domain binds TRAF2,
which contributes to NF-kB activation by the
c-IAP2-MALT1 fusion protein by an unknown
mechanism (Garrison et al. 2009; Lucas et al.
2007; Samuel et al. 2006). Second, the BIR1
domain mediates oligomerization of the c-
IAP2-MALT1 fusion protein by interacting het-
erotypically with the carboxy-terminal region
from MALT1 (Lucas et al. 2007; Zhou et al.
2005). In the IAP family of proteins, the BIR
domains interact with caspase domains, thereby
inhibiting their activation and blocking apop-
tosis (Wright et al. 2005). Hence, it is con-
ceivable that the BIR1 domain may bind the
paracaspase domain in an analogous fashion,
although this has not been tested experimen-
tally. Because artificial dimerization of wild-type
MALT1 activates NF-kB (Lucas et al. 2001; Sun
et al. 2004; Zhou et al. 2004), BIR1-mediated
oligomerization of c-IAP2-MALT1 may play
an important role in the oncogenic activity of
this fusion protein.

In normal lymphocytes, activation of IKK
downstream of antigen receptor signaling
requires lysine-63 polyubiquitination of the
IKKg subunit, which may be mediated by
TRAF6 recruitment by the CBM complex
(Sun et al. 2004; Zhou et al. 2004). c-IAP2-
MALT1 activation of NF-kB also requires
ubiquitination of IKKg (Zhou et al. 2005).
This activity may require TRAF6 (Noels et al.
2007) and/or the ability of the fusion protein
to bind an E2 ubiquitin conjugating enzyme

containing Ubc13 (Zhou et al. 2005). TRAF2
binding to the BIR domains could also con-
tribute to IKKg ubiquitination, but this has
not been explicitly shown (Garrison et al.
2009; Lucas et al. 2007; Samuel et al. 2006).

c-IAP2 also contains a ubiquitin binding
domain (UBD) that is retained in most of the
c-IAP1-MALT1 fusion proteins from MALT lym-
phomas (Gyrd-Hansen et al. 2008) (Fig. 2A).
Mutations that prevent ubiquitin binding by
this domain attenuate NF-kB activation by the
c-IAP1-MALT1 fusion protein. As mentioned
earlier, lysine-63 ubiquitination of IKKg is
required for IKK activation by c-IAP2-MALT1.
Notably, the c-IAP2 UBD interacts with ubiqui-
tinated IKKg (Gyrd-Hansen et al. 2008).

The paracaspase domain of MALT1 has
recently been shown to have proteolytic activity
directly toward arginine residues of its sub-
strates A20 and BCL10 (Coornaert et al. 2008;
Rebeaud et al. 2008). A c-IAP2-MALT1 fusion
protein that is proteolytically inactive is less
efficient in stimulating NF-kB than the corre-
sponding wild-type fusion protein (Coornaert
et al. 2008; Uren et al. 2000). Activation of
caspases is mediated by induced proximity
(Yang et al. 1998), raising the possibility that
the MALT1 paracaspase proteolytic activity is
induced by c-IAP2-MALT1 oligomerization.
Conceivably, the c-IAP2-MALT1 might cleave
and inactivate A20, thereby preserving IKKg
ubiquitination and potentiating NF-kB signal-
ing. It is possible that an inhibitor of MALT
paracaspase activity (see the following) might
promote apoptosis in MALT lymphoma cells,
but this has not yet been directly tested.

Figure 2B presents a plausible model for
NF-kB activation by c-IAP2-MALT1. Oligome-
rization of the fusion protein may provide
a multivalent platform for the recruitment
of the ubiquitin ligases TRAF6 and TRAF2.
Although it is unclear how IKK is recruited ini-
tially to this complex, once it is ubiquitinated,
the ubiquitin binding domain of the fusion
protein can help retain IKK in the complex, pos-
sibly facilitating its phosphorylation by TAK1.
The c-IAP2-MALT1 oligomers may have active
proteolytic activity for A20, thereby augment-
ing the NF-kB signaling output.
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MULTIPLE MYELOMA

Multiple myeloma is a malignancy derived from
plasmacytic cells dwelling in the bone marrow.
Its progression is often slow, but all patients
eventually need treatment. Multimodality ther-
apy, including chemotherapy and more targeted
agents such as bortezomib, can delay disease
progression for years but is not usually curative.
The search for mechanisms of therapy resis-
tance has focused on cell survival signals con-
tributed by stromal cells in the bone marrow
microenvironment (Dalton 2003; Hideshima
et al. 2002). Eventually, myeloma cells may sus-
tain genetic hits that confer independence from
the bone marrow microenvironment.

In this scenario, the NF-kB pathway appears
to play a pivotal role. Two complementary stud-
ies uncovered recurrent genetic alterations that
cause constitutive NF-kB signaling in multiple
myeloma (Annunziata et al. 2007; Keats et al.
2007) (Fig. 3A). In one study, a substantial frac-
tion of multiple myeloma cell lines were found
to be sensitive to a highly specific IKKb inhi-
bitor, suggesting that the classical NF-kB path-
way was active (Annunziata et al. 2007). These
cell lines had phosphorylated unstable IkBa,
nuclear NF-kB complexes containing p65, and
expression of NF-kB target genes, whereas the
IKKb-resistant cell lines did not. The NF-kB
target gene signature was evident in over 80%
of primary samples of multiple myeloma, and
these malignant cells had nuclear p65. Thus, a
substantial fraction of multiple myeloma cases
engage the classical NF-kB pathway. In addi-
tion, myeloma cells with NF-kB pathway activa-
tion have nuclear p52 and RelB, which has been
taken as evidence for alternative NF-kB path-
way activation, although the detailed mech-
anism responsible has not been clarified (see
later discussion).

In part, NF-kB activation in multiple mye-
loma may be caused by signals from the bone
marrow microenvironment (Fig. 3B). In a sur-
vey of normal B-cell subpopulations, bone
marrow-derived plasma cells had the highest
expression of NF-kB target genes (Annunziata
et al. 2007). Quite conceivably, NF-kB could
be induced in these cells by two TNF family

ligands in the bone marrow microenvironment,
BAFF and APRIL (Hideshima et al. 2002; Mar-
sters et al. 2000; Moreaux et al. 2005; O’Connor
et al. 2004). Indeed, interference with BAFF sig-
naling leads to the disappearance of plasma cells
from the bone marrow (O’Connor et al. 2004).
Plasma cells express two receptors for BAFF and
APRIL highly—BCMA and TACI—and multi-
ple myeloma cells variably retain these receptors
(Moreaux et al. 2005). Multiple myeloma cases
with high TACI expression have a gene expres-
sion signature of mature plasma cells and a
more favorable prognosis, whereas those with
low TACI expression have a more plasmablastic
phenotype and an inferior prognosis (Moreaux
et al. 2005). Potentially, the TACI-high myeloma
subset may retain their dependence on BAFF
and APRIL the bone marrow microenviron-
ment whereas the TACI-low subset may be less
dependent on the microenvironment for NF-
kB survival signals.

In many myeloma cases, however, a diverse
array of genetic aberrations target regulators of
NF-kB (Annunziata et al. 2007; Keats et al. 2007)
(Fig. 3A). At various frequencies, multiple
myeloma cells harbor amplifications and/or
translocations of NIK, CD40, lymphotoxin-b
receptor, and TACI, as well as deletions, inacti-
vating mutations, or transcriptional silencing
of TRAF3, TRAF2, and CYLD. Occasionally,
myeloma acquire abnormalities that alter NF-
kB transcription factors directly, including
massive overexpression of NF-kB p50 and mu-
tations of NFKB2 that produce truncated
NF-kB p100 isoforms that do not need pro-
tolytic processing to enter the nucleus (Annun-
ziata et al. 2007; Keats et al. 2007; Migliazza et al.
1994). Generally, these abnormalities are non-
overlapping, however much additional work
needs to be performed to determine if addi-
tional genetic abnormalities affect NF-kB in
this disease.

Many of the aberrations focus attention on
the kinase NIK, a known regulator of both clas-
sical and alternative NF-kB signaling (Claudio
et al. 2002; Coope et al. 2002; Ramakrishnan
et al. 2004; Yin et al. 2001). In some cases, mye-
lomas have high-level amplifications of the NIK
genomic locus, resulting in overexpression. In

L.M. Staudt

14 Cite this article as Cold Spring Harb Perspect Biol 2010;2:a000109



IKKβ IKKα
IKKγ

IkBα

p50 p65 

Ub 
Ub 

P 
P 

Classical 
NF-kB pathway 

p50 p65 

p100 
P 

P 

Primary 
translocations 

Normal  
plasma cell 

Stromal-dependent 
multiple myeloma 

Bone marrow 
stroma cell 

TACI 

Bone marrow 
stroma cell 

TACI 

APRIL 
BAFF 

NF-kB pathway 
genetic alterations 

Stromal-independent
multiple myeloma 

APRIL 
BAFF 

relB 

Alternative 
NF-kB pathway 

p52 relB 

IKKα IKKα

c-IAP- 
1/2 

TRAF2 TRAF3 

NIK 

CD40 TACI 

NIK 

Ub 
Ub K48 

Ub 
Ub 

Ub 
Ub 

K63 

NIK 

c-IAP- 
1/2 

TRAF2 TRAF3 

Ub 
Ub K48 

LTBR 

CYLD 

TRAF3 / TRAF2 
deletion/ 
mutation/ 
silencing 

c-IAP1/2 
deletion 

NIK 
amplification/ 
translocation 

CYLD 
deletion/ 
silencing 

CD40 / TACI / LTBR 
amplification/ 
translocation 

p50 
overexpression 

p100 
activating 
mutations 

A 

B

K63 

BCMA BCMA

Figure 3. Constitutive NF-kB pathway activation in multiple myeloma. (A) Genetic abnormalities that activate
NF-kB in multiple myeloma. Gray boxes highlight recurrent genetic aberrations in multiple myeloma involving
NF-kB pathway components. The kinase NIK is tethered to the ubiquitin ligases c-IAP1 and/c-IAP2 (c-IAP1/2)
by TRAF2 and TRAF3, leading to rapid turnover of NIK protein because of c-IAP1/2-catalyzed K46-linked
polyubiquitination. On recruitment to a subset of TNF receptor-family proteins—notably CD40, TACI, and
lymphotoxin-b receptor (LTBR)—TRAF2 ubiquitin ligase activity is induced, leading to K63-linked
polyubiquitination of c-IAP1/2. The K46-linked ubiquitin ligase activity of c-IAP1/2 is directed toward
TRAF3, leading to its proteasomal degradation. NIK is liberated and stabilized in the process. NIK
overexpression stimulates both the classical and alternative NF-kB pathways. The deubiquitinase CYLD
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others, NIK is deregulated by translocations,
some of which lead to overexpression of NIK
because of juxtaposition with strong immuno-
globulin enhancer elements. One interesting
translocation fuses the EFTUD and NIK genes,
creating a fusion protein that lacks the amino-
terminal 86 amino acids of NIK (Annunziata
et al. 2007), which are required for TRAF3-
mediated NIK degradation (Liao et al. 2004).
The resultant fusion protein is highly stable,
an observation that raised the possibility that
TRAF3 might mediate NIK turnover in mye-
loma cells.

Indeed, roughly one eighth of myeloma
cases sustain inactivating mutations or homo-
zygous deletions of the TRAF3 gene (Annun-
ziata et al. 2007; Keats et al. 2007). These
genetic aberrations are scattered through the
length of the protein, but include some
carboxy-terminal events that affect the MATH
domain, which is important for interaction of
TRAF3 with NIK and TNF family receptors
(Li et al. 2003; Liao et al. 2004; Ni et al. 2004;
Ni et al. 2000). In cell lines that have inactivated
TRAF3, NIK protein is stabilized. Less com-
monly, some myelomas have biallelic deletion
of a genomic region housing BIRC2 and
BIRC3, encoding c-IAP1 and c-IAP2, respec-
tively. Myeloma cell lines with this deletion
also have high protein expression of NIK and
TRAF3, which provided the first clue that
c-IAP1 and c-IAP2 are linked in a biochemical
pathway with NIK and TRAF3.

Myelomas also recurrently inactivate CYLD,
a negative regulator of NF-kB signaling, either
by deletion, mutation, or transcriptional silenc-
ing (Annunziata et al. 2007, Keats et al. 2007).
CYLD is capable of deubiquitinating several
NF-kB regulators, including the IKKg subunit,
TRAF2, TRAF6, and BCL3 (Brummelkamp

et al. 2003; Kovalenko et al. 2003; Massoumi et
al. 2006; Regamey et al. 2003; Trompouki et al.
2003), but the functionally relevant target of
CYLD in multiple myeloma is not known.

By a number of criteria, these diverse gene-
tic abnormalities activate both the classical
and alternative NF-kB pathways in multiple
myeloma. Both NIK overexpression and
TRAF3 deletion induce IkBa kinase activity in
myeloma cells and the nuclear accumulation
of p50/p65 (Annunziata et al. 2007). This find-
ing is in keeping with the sensitivity of these
cells to an IKKb inhibitor and shows classical
NF-kB activation. However, p52/RelB hetero-
dimers also accumulate in the nucleus as a
result of these genetic aberrations, consistent
with alternative NF-kB activation (Annunziata
et al. 2007; Keats et al. 2007). In normal cells,
the alternative NF-kB pathway relies on acti-
vated IKKa to phosphorylate p100, leading
to its processing by the proteasome into p52
(Senftleben et al. 2001). However, a strong
knockdown of IKKa by RNA interference was
not toxic to myeloma cells with NIK overexpres-
sion, yet knockdown of NIK was toxic. Hence,
p100 processing in these cells may depend on
other IKKa-independent mechanisms in these
myeloma cells.

Recent elegant biochemical studies have
integrated these genetic clues from multiple
myeloma into a signaling pathway regulating
NIK stability (Matsuzawa et al. 2008; Valla-
bhapurapu et al. 2008; Zarnegar et al. 2008).
In most cells, NIK protein is highly unstable,
because of proteasomal degradation. This pro-
teasomal targeting requires c-IAP-1 or c-IAP-2
(c-IAP1/2) to add K48-liked polyubiquitin
chains to NIK. c-IAP1/2 are brought into com-
plex with NIK via a molecular bridge in which
TRAF3 binds to the NIK N-terminus, recruiting

Figure 3. (Continued) negative regulates this signaling pathway by removing K63-linked polyubiquitin chains
from IKKg. (B) Model of NF-kB activation during the genesis of multiple myeloma. Normal plasma cells
receive signals from BAFF and APRIL, two TNF family ligands in the bone marrow microenvironment. Their
receptors, TACI and BCMA, are highly expressed in multiple myeloma and signal to NF-kB through both the
classical and alternative NF-kB pathways. Initial transformation is often caused by oncogenic translocations,
but the myeloma cell may still remain dependent on the bone marrow microenvironment to receive
prosurvival NF-kB signals. Myeloma cells that acquire mutations that cause constitutive NF-kB pathway
activation are selected because they allow the malignant cells to survive and proliferate without being limited
by the bone marrow microenvironment.
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TRAF2 and c-IAP1/2. On ligand engagement of
certain TNF family receptors, notably CD40,
the TRAF3/TRAF2/c-IAP1/2 complex is re-
cruited to the receptor, which stimulates K48-
linked ubiquitination of TRAF3 by c-IAP1/2
and rapid TRAF3 degradation. Subsequently,
NIK is stabilized, presumably because TRAF3
depletion dissociates c-IAP1/2 from NIK. It
is not completely clear why c-IAP1/2 ubiqui-
tination of TRAF3 is stimulated by receptor
engagement, but TRAF2-mediated K63-linked
ubiquitination of c-IAP1/2 may stimulate its
activity as an E3 ligase for TRAF3 (Vallabhapur-
apu et al. 2008).

The fact that the genetic aberrations in mye-
loma target a pathway regulating NIK stability
has led to a suggestion that these aberrations
are selected to activate the alternative NF-kB
pathway in myeloma cells (Keats et al. 2007).
This is a natural conclusion given that in normal
cells, NIK stabilization primarily stimulates
IKKa-mediated NFKB2 processing into p52,
leading to the nuclear accumulation of p52/
RelB heterodimers. However, TRAF3 knockout
fibroblasts also have elevated classical NF-kB
signaling, as indicated by higher IkBa kinase
activity and nuclear accumulation of the p65
subunit, possibly as a result of autocrine stimu-
lation of NF-kB by cytokines (Vallabhapurapu
et al. 2008; Zarnegar et al. 2008). Moreover, in
cells stimulated with lymphotoxin-b, classical
NF-kB activation depends on both NIK and
IKKa (Zarnegar et al. 2008).

These considerations lead to the view that
pathological overexpression of NIK, as occurs
in multiple myeloma, may directly activate
IKKb and the classical NF-kB pathway (Annun-
ziata et al. 2007). Indeed, NIK can activate clas-
sical NF-kB signaling when overexpressed
(Malinin et al. 1997; O’Mahony et al. 2000;
Woronicz et al. 1997) and certain TNF family
members (CD40 ligand and BAFF) can activate
the classical NF-kB pathway through NIK
(Ramakrishnan et al. 2004). Another possibility
is that alternative NF-kB signaling in myeloma
cells causes the synthesis of cytokines that stim-
ulate the classical NF-kB pathway in an auto-
crine fashion. As mentioned earlier, the role of
IKKa in this process in myeloma cells is not

supported by knockdown studies (Annunziata
et al. 2007), but cannot be ruled out given the
role of IKKa in stimulating the classical
NF-kB pathway in cells treated with LTb
(Zarnegar et al. 2008). Irrespective of the mech-
anism, it is important to appreciate that mye-
loma cells activate the classical and alternative
NF-kB pathways in concert and that therapeutic
targeting of the classical pathway with IKKb
inhibitors could be developed as a strategy
to treat this disease (Annunziata et al. 2007;
Hideshima et al. 2002; Hideshima et al. 2006).

NF-kB IN EPITHELIAL CANCERS

A rich literature shows the central role of NF-kB
signaling in the inflammatory milieu that fos-
ters many epithelial cancers (Karin 2010; Karin
et al. 2006). In colon cancer, NF-kB expression
in the premalignant epithelium prevents apop-
tosis and promotes transformation (Greten
et al. 2004). However, it has been less clear
that fully formed epithelial cancers depend
on NF-kB. Unlike lymphomas, solid tumors
often genetically alter receptor tyrosine kinases,
which provide prosurvival signals through
the PI(3) kinase pathway. Perhaps as a result,
genetic lesions in the NF-kB pathway have not
been uncovered in most instances.

CYLD as a Tumor Suppressor

Familial cylindromatosis is a malignancy of the
hair follicle stem cell in which CYLD functions
as a classic tumor suppressor (reviewed in Sun
2009). Individuals with this syndrome inherit
one loss-of-function CYLD allele and the other
CYLD allele is somatically inactivated in the
cylindromas. A related disorder, known as fami-
lial skin appendage tumors, also involves CYLD
inactivation. The CYLD gene was positionally
cloned and had no known function until three
groups showed that it negatively regulated the
NF-kB pathway (Brummelkamp et al. 2003;
Kovalenko et al. 2003; Trompouki et al. 2003).
CYLD can deubiquitinate a wide range of cellu-
lar proteins, including the NF-kB regulators
TRAF2, TRAF6, TRAF7, BCL3, TAK1, and the
IKKg subunit (Sun 2009). CYLD may function
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as a tumor suppressor by negatively regulating
classical NF-kB pathway because ubiquitination
of the IKKg is required for IKK activation. The
importance of NF-kB signaling in familial
cylindromatosis is highlighted by a recent
clinical trial in which salicylic acid, an NF-kB
inhibitor, was used topically to treat the cylin-
dromas (Kovalenko et al. 2003). Although the
study was small and not blinded, several cylin-
dromas in one patient regressed completely
with treatment.

Unconventional IKKs and Epithelial Cancers

Recent experiments suggest that two unconven-
tional members of the IKK family, IKK1 and
TBK1, activate NF-kB in epithelial cancers.
In the innate immune response to viruses,
Toll receptors and cytosolic receptors for nu-
cleic acids activate these unconventional IKKs,
thereby engaging NF-kB and type-I interferon
pathways (Clement et al. 2008; Hacker et al.
2006; Pichlmair et al. 2007). The mechanism
by which these kinases regulate the interferon
pathway is by phosphorylating IRF3 and IRF7,
causing their nuclear translocation, but their
mode of action in the NF-kB pathway is less
well understood. One mechanism may be
induction of TNFa by IRF3, thereby activating
the classical NF-kB pathway in a feed-forward
loop (Covert et al. 2005; Werner et al. 2005). It
is also possible that the unconventional IKKs
may play a more direct role in IkBa turnover.
IKK1 is part of a multiprotein complex that
can target IkBa for degradation (Peters et al.
2000; Shimada et al. 1999). Although IKK1
and TBK1 can promote IkBa degradation,
they can only phosphorylate serine 36 of IkBa
(Peters et al. 2000; Pomerantz et al. 1999; Tojima
et al. 2000). Hence, another kinase must coop-
erate with these unconventional IKKs to phos-
phorylate serine 32 of IkBa, allowing it to be
targeted for degradation (Brown et al. 1995).
The unconventional IKKs have several other
substrates, including the NF-kB subunits p65
and c-rel, which might contribute to their
ability to activate NF-kB target genes (reviewed
in Clement et al. 2008).

Functional genomics experiments nom-
inated IKK1 as an oncogene in breast cancer
(Boehm et al. 2007) (Fig. 4A). In a screen of
activated kinase alleles, activated IKK1 took
the place of activated AKT in a transforma-
tion assay using human embryonic kidney cells.
In a complementary approach, roughly one
sixth of breast cancer cases were found to harbor
a gain or high-level amplification of a region
on chromosome 1 encoding IKK1. Generally,
the region of copy number gain spans many
megabases, suggesting that several genes in
this interval may play a role in breast cancer
pathogenesis. However, IKK1 appears to be
one important actor because knockdown of
IKK1 was toxic to breast cancer cell lines har-
boring the IKK1 amplicon. This finding is in
keeping with the observation that a dominant
negative IKK1 isoform was toxic to breast
cancer cell lines (Eddy et al. 2005). In breast
cancer biopsies, IKK1 expression was correlated
with an increase in nuclear c-rel, suggesting
activation of the NF-kB pathway may partici-
pate in the pathogenesis of these malignancies
(Boehm et al. 2007). This finding is in keeping
with previous work showing overexpression of
IKK1 in both human and mouse breast cancer
in association with NF-kB activation (Eddy
et al. 2005).

In cell transformation experiments, the
activated IKK1 allele promoted IkBa degra-
dation and the induction of NF-kB target genes
(Boehm et al. 2007), but the exact mecha-
nism by which IKK1 achieves NF-kB activa-
tion has not been elucidated. A newly defined
substrate of IKK1 is the deubiquitinase CYLD
(Peters et al. 2000; Shimada et al. 1999).
Phosphorylation of serine 418 of CYLD dimi-
nishes its deubiquitinase action toward
IKKg and TRAF2. Thus, IKK1 overexpression
may relieve the negative influence of CYLD on
the NF-kB pathway. Nonetheless, IKK requires
phosphorylation of the IKKb subunit in
its activation loop in addition to IKKg ubi-
quitination to become a functioning kinase,
and it is currently unclear how IKK1 over-
expression promotes these posttranscriptional
modifications.
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Two complementary experimental ap-
proaches have revealed a connection between
oncogenic signaling by mutant K-ras and
NF-kB (Barbie et al. 2009; Meylan et al. 2009)
(Fig. 4B). In a mouse model of lung cancer
caused by mutant K-ras overexpression and
p53 deletion, the classical NF-kB pathway is
activated (Meylan et al. 2009). Lung cancer
cell lines from these mice were killed when
NF-kB was inhibited, and in vivo delivery
of an IkBa super-repressor slowed growth of
established lung tumors.

Mutant K-ras engages several downstream
effector pathways by stimulating RAF and
PI(3) kinases. Additional effectors of mutant

K-ras are the RAL GTPases (RALA and RALB),
which are converted into the active, GTP-bound
state by K-ras-associated RAL guanine nucleo-
tide exchange factors (RalGDS, Rgl, and Rlf ).
Recent experiments have implicated the un-
conventional IKK TBK1 in a signaling pathway
that links mutant K-ras and NF-kB. TBK1
is activated by RALB in concert with SEC5,
a component of the exocyst, and is required
for K-ras-mediated transformation of mouse
embryo fibroblasts (Chien et al. 2006). A syn-
thetic lethal RNA interference genetic screen
revealed that TBK1 shRNAs kill mutant K-ras-
transformed cells but not cancer cells with
wild-type K-ras (Barbie et al. 2009). TBK1
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Figure 4. Solid tumors activate the NF-kB pathway to maintain cell survival. (A) IKK1 is frequently
overexpressed in breast cancer in association with a gain or amplification of its genomic locus. IKK1
phosphorylates a serine residue in CYLD, thereby lowering its deubiquitinase activity toward the IKKg
subunit, leading to a more active IKK enzyme. In addition, IKK1 can directly phosphorylate serine-46 of
IkBa. (B) Regulation of NF-kB by TBK1 downstream of mutant K-ras in lung cancer. Mutant K-ras signals
to several downstream pathways, including the MAP kinase, PI(3) kinase, and RAL GTPase pathways.
K-ras-associated RAL guanine nucleotide exchange factors (Ral-GEFs) promote the active, GTP-bound state
of the RAL proteins. RalB interacts with Sec5, which in turn recruits TBK1, causing kinase activation. TBK1
triggers classical NF-kB pathway activation, as judged by the accumulation of nuclear p50/c-rel heterodimers.
Because TBK1 can only phosphorylate one serine in IkBa, an as yet unknown kinase must cooperate with TBK1
to achieve dual IkBa phosphorylation.
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knockdown decreases viability of human lung
cancer cell lines with mutant K-ras as well as
lung epithelial cells acutely transformed with
mutant K-ras. Knockdown of RALB, but not
c-RAF, B-RAF, or AKT, is also synthetically
lethal for mutant K-ras-transformed cells, sug-
gesting a link between RALB and TBK1. Over-
expression of mutant K-ras activates a set of
K-ras signature genes, which includes a number
of known targets of NF-kB signaling. Knock-
down of TBK1 blocks expression of these NF-
kB target genes in mutant K-ras-transformed
cells and blocks nuclear accumulation of c-rel.
Knockdown of c-rel or expression of an IkBa
super-repressor is lethal to lung cancer cells
with mutant K-ras, directly demonstrating
the requirement for NF-kB signaling to block
cell death. Notably, roughly three quarters of
human lung adenocarcinomas with mutant
K-ras coexpress the K-ras and NF-kB target
gene signatures. Among lung adenocarcinomas
with wild-type K-ras, one quarter of cases
coexpress the K-ras and NF-kB signatures, sug-
gesting that these cancers may have upstream
signals that activate wild-type K-ras and engage
TBK1 to activate NF-kB. Alternatively, these
tumors may be an independent mechanism to
activate NF-kB.

THERAPY OF NF-kB-DRIVEN CANCERS

Many prospects and hurdles can be envisaged
when considering pharmacological interference
with NF-kB signaling (reviewed in Baud et al.
2009; Karin et al. 2004). Inhibitors of IKKb
could have activity against ABC DLBCL,
PMBL, MALT lymphoma, and multiple mye-
loma. However, long-term, full inhibition of
IKKb would be expected to impair the adaptive
and innate immune system (Vallabhapurapu
et al. 2009). Because IKKb counteracts IL-1b
processing and secretion (Greten et al. 2007),
IKKb inhibition might release IL-1b, causing
febrile reactions and possibly inflammation.
During development, IKKb and p65 deficiency
provokes massive apoptosis of hepatocytes, but
the role of NF-kB in adult hepatocytes has not
been fully resolved (reviewed in Schwabe et al.
2007). Conditional deficiency of IKKb in adult

hepatocytes causes little if any sensitivity to
TNFa-dependent apoptosis (Luedde et al.
2005). However, deficiency in IKKg or p65
makes adult hepatocytes markedly more sensi-
tive to TNFa and other injuries to the liver
(Beraza et al. 2007; Geisler et al. 2007). More-
over, conditional deficiency in IKKg caused
hepatic steatohepatitis and hepatocellular car-
cinoma (Luedde et al. 2007). Whether or not
liver injury occurs may therefore depend on
the extent and/or nature of NF-kB pathway
inhibition as well as on the presence of concur-
rent infections that might elevate proapoptotic
inflammatory stimuli such as TNFa.

Despite these cautions, IKKb-directed ther-
apy might find a role in cancer treatment if
cancer cells are unusually addicted to NF-kB
signaling and the right degree of NF-kB inhi-
bition can be achieved. Not only might IKKb
inhibitors kill NF-kB-dependent cancer cells
directly, but they could potentiate the apoptotic
response to cytotoxic chemotherapy (Baldwin
2001; Wang et al. 1998). Many pharmaceutical
companies have developed IKKb inhibitors
but none have entered into clinical trials in
cancer, presumably because of the concerns
expressed earlier. An indirect way to block
IKK activity is by inhibiting HSP90. HSP90 is
an intrinsic component of the IKK supramo-
lecular complex, and its inhibition blocks the
induction of IKK enzymatic activity by various
stimuli as well as the biogenesis of IKKb and
IKKa (Broemer et al. 2004; Chen et al. 2002).
HSP90 inhibitors are in clinical trials for a num-
ber of cancers (Workman et al. 2007) and might
show particular activity for IKK-dependent
tumors. In fact, the HSP90 inhibitor gel-
danimycin kills Hodgkin lymphoma lines with
constitutive NF-kB activation (Broemer et al.
2004) as well as ABC DLBCL cells (unpubl.
data).

Inhibitors of IKKa might potentiate the
effects of IKKb inhibition because IKKa can
serve as an IkBa kinase, particularly under
conditions of IKKb inhibition (Lam et al.
2008). In an RNA interference genetic screen
in ABC DLBCL, shRNAs targeting IKKa syner-
gized with an IKKb inhibitor in killing the
lymphoma cells. However, knockdown of IKKa
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without IKKb inhibition had no effect. Similar
“compensatory” IKKa activity was observed
in cells in which NF-kB was induced by PMA/
ionomycin treatment, CARD11 pathway acti-
vation, or TNFa treatment. Because IKKa is
in a macromolecular complex with IKKb, it is
conceivable that IKKa may be activated by the
same upstream kinases as IKKb, such as TAK1.
Recombinant IKKb is more active than IKKa
as an IkBa kinase (Huynh et al. 2000). Hence,
in an IKK complex containing both subunits,
IKKb would mediate most of the IkBa phos-
phorylation. But when IKKb is pharmaco-
logically inhibited, IKKa may take over this
function, presumably relying on the high local
concentration of IkBa.

Given the role of the proteasome in degrad-
ing IkBa, the proteasome inhibitor bortezomib
might be harnessed to inactivate NF-kB in can-
cer. All cells require proteasome function and
full inhibition of the proteasome is lethal to
many cell types. Nonetheless, bortezomib was
successfully developed as a cancer agent using
a novel approach in which the dose-escalation
end-point was not systemic toxicity but rather
the degree of proteasome inhibition in vivo
(Adams 2004).

Based on the constitutive activation of the
NF-kB pathway in ABC DLBCL (Davis et al.
2001), a clinical trial was initiated in relapsed
and refractory DLBCL that combined borte-
zomib with EPOCH, a type of multiagent cyto-
toxic chemotherapy (Dunleavy et al. 2009). All
patients had tumor biopsies to allow the molec-
ular diagnosis of ABC versus GCB DLBCL to be
made. Initially, bortezomib was given as a single
agent, but no responses were seen. However,
the combination of bortezomib with EPOCH
chemotherapy yielded complete and partial
responses, and the vast majority of these were
in patients with ABC DLBCL. This response dif-
ference translated into a significantly superior
overall survival rate for patients with ABC
DLBCL. This was notable because in all pre-
vious trials with chemotherapy alone, patients
with ABC DLBCL had a decidedly inferior
cure rate (Alizadeh et al. 2000; Hummel et al.
2006; Lenz et al. 2008; Monti et al. 2005;
Rosenwald et al. 2002).

Bortezomib has been approved for the treat-
ment of multiple myeloma because it delays
disease progression (Richardson et al. 2005),
but it is unclear whether its efficacy in this
disease relates to NF-kB inhibition. In a trial
comparing bortezomib and dexamethasone,
myeloma cases with low TRAF3 expression
had an increased response to bortezomib than
those with high TRAF3 (Keats et al. 2007). How-
ever, patients stratified according to high or low
expression of NF-kB target genes did not differ
in their response to bortezomib (Keats et al.
2007), suggesting that this issue needs to be read-
dressed in a prospective fashion.

An intriguing new way to attack the NF-kB
pathway is by interfering with the bTrCP ubiq-
uitin ligase that targets IkBa for destruction.
This SCF-type E3 ubiquitin ligase consists of a
cullin subunit that serves as a scaffold to assem-
ble SKP1, the RING finger E3 ubiquitin ligase
ROC1, and the Fbox protein bTrCP, which
is the receptor that recognizes phosphorylated
IkBa (Ben-Neriah 2002; Yaron et al. 1998).
The cullin subunit requires modification by a
NEDD8 moiety for activity of the complex as
an E3 ubiquitin ligase (Chiba et al. 2004; Podust
et al. 2000; Read et al. 2000). NEDD8 is added
by the concerted action of a series of enzymes
that functionally mirror the ubiquitin conjuga-
tion machinery. The E1 enzyme in this system,
termed NEDD8 activating enzyme (NAE), can
be inhibited by the small molecule MLN4924
(Soucy et al. 2009). MLN4924 potently inhibits
the bTrCP ubiquitin ligase by interfering with
its neddylation, thereby causing the protein
levels of bTrCP substrates to rise. One substrate
CDT1, causes DNA re-replication during S
phase, which triggers the S-phase DNA replica-
tion checkpoint to initiate apoptosis in cancer
cells. MLN4924 is also expected to inhibit
NF-kB by preventing IkBa degradation, mak-
ing it an attractive candidate for clinical trials
in cancers characterized by constitutive NF-kB
activation.

Given the inherent risks of inhibiting NF-
kB in all cell types, strategies that target specific
upstream pathways leading to NF-kB in cancer
are attractive. The CBM complex is a compel-
ling target in this regard because mice with
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deficiency in CARD11 or MALT1 only have de-
fects in the adaptive immune system (Thome
2004). Recently, the proteolytic activity of the
MALT1 paracaspase domain has been directly
shown and two of its proteolytic targets have
been identified, BCL10 and A20 (Coornaert
et al. 2008; Rebeaud et al. 2008). Unlike conven-
tional caspases that cleave after aspartic acid
residues, the paracaspase domain of MALT1
cleaves after arginine. Overexpression of a
proteolytically inactive form of MALT1 is less
active than wild-type MALT1 in enhancing
IL-2 secretion by activated T cells and in activat-
ing NF-kB (Lucas et al. 2001; Rebeaud et al.
2008). Likewise, inhibition of MALT1 pro-
teolytic activity with a cell-permeable peptide
mimetic reduces NF-kB activation and IL-2
secretion in T cells stimulated through the
antigen receptor (Rebeaud et al. 2008). How-
ever, the effect of MALT1 proteolytic activity
on NF-kB signaling is quantitative rather than
complete, suggesting that the proteolytic activ-
ity of MALT1 modulates a regulatory circuit
engaged during NF-kB activation. Indeed,
MALT1 cleavage inactivates A20, a negative
regulator of NF-kB signaling (Coornaert et al.
2008).

Encouragingly, two studies have shown that
the peptide inhibitors of MALT1 block NF-kB
activity and kills ABC DLBCL cell lines but are
not toxic for the NF-kB-independent GCB
DLBCL cell lines (Ferch et al. 2009; Hailfinger
et al. 2009). ABC DLBCL cell lines with wild-
type or mutant forms of CARD11 are equally
sensitive to MALT1 protease inhibition, in
keeping with the dependence of both types of
ABC DLBCL on MALT1 (Ngo et al. 2006). These
studies pave the way for the development of
small molecule peptidomimetic inhibitors
of MALT1 for the therapy of ABC DLBCL,
and possibly also MALT lymphomas with the
c-IAP2-MALT1 fusion oncoprotein.

Chronic active BCR signaling in ABC
DLBCL offers a wealth of therapeutic targets
upstream of IKK (Davis et al. 2010). BTK kinase
activity couples chronic active BCR signaling to
NF-kB via IKK activation. Accordingly, a small
molecule inhibitor of BTK, PCI-32765 (Pan
et al. 2007), kills ABC DBLCL cells with chronic

active BCR signaling but not other lymphoma
lines (Davis et al. 2010). Dasatinib is a multi-
kinase inhibitor that has especially high activity
against SRC-family tyrosine kinases and BTK
(Hantschel et al. 2007). This drug extinguished
signaling to the NF-kB, AKT and ERK MAP
kinase pathways and killed ABC DLBCL cells
with chronic active BCR signaling (Davis et al.
2010). Clinical trials based on this observation
can begin immediately because dasatinib is
already approved as a second-line treatment of
chronic myelogenous leukemia that is refractory
to imatinib. Other kinases in the BCR pathway
leading to NF-kB might also serve as thera-
peutic targets, such as PKCb, which phosphor-
ylates and activates wild-type CARD11 in ABC
DLBCL. The tyrosine kinase SYK, although
essential for normal BCR signaling, is only
required by some ABC DLBCLs with chronic
active BCR signaling, suggesting that drugs tar-
geting this kinase may have a more restricted
efficacy (Davis et al. 2010). By targeting BCR
signaling in ABC DLBCL, it should be possible
to achieve full inhibition of NF-kB in malignant
(and normal) B cells while sparing other nor-
mal cells, providing an acceptable therapeutic
window.

In multiple myeloma, an intriguing thera-
peutic target is the kinase NIK, because many
genetic alterations in this cancer stabilize NIK
protein expression, causing a critical depend-
ence on this kinase (Annunziata et al. 2007;
Keats et al. 2007). Although NIK-deficient
mice have defects in the organization of se-
condary lymphoid organs (Miyawaki et al.
1994; Shinkura et al. 1999), this defect might
not occur with short-term inhibition of NIK
pharmacologically. In response to viral chal-
lenge, NIK-deficient B cells are impaired in
isotype-switching, but NIK-deficient T cells
are relatively unaffected (Karrer et al. 2000),
suggesting that pharmacological inhibition of
this kinase might only modestly impair adap-
tive immune responses. Some multiple mye-
loma cases may activate NIK and NF-kB in a
quasi-physiological mechanism through BAFF
and/or APRIL signaling in the bone marrow
microenvonment. Disruption of this signaling
by a TACI-Fc fusion protein should be tested
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for activity in this setting (Moreaux et al. 2005;
Yaccoby et al. 2008).

As should be clear from this review, the wise
deployment of NF-kB-based therapies in cancer
will require molecular profiling to determine
the subtype of cancer, the presence of genetic
lesions in NF-kB regulators, and the activity of
the NF-kB pathway. In the era of targeted cancer
therapy, it is important to evaluate whether a
targeted agent hits its mark. In trials of NF-kB
inhibitors, this could be easily achieved by
measuring the expression of NF-kB target genes
before and during therapy, potentially by real-
time RT-PCR or other quantitative methods.
By this cautious and reasoned approach, I
hope that NF-kB pathway inhibitors will find
their way into the anticancer armamentarium.
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