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Abstract

Chromosomal translocations between loci encoding MALT1 and c-IAP2 are common in MALT lymphomas. The resulting
fusion proteins lack the c-IAP2 RING domain, the region responsible for its ubiquitin protein ligase (E3) activity. Ectopic
expression of the fusion protein activates the canonical NF-xB signaling cascade, but how it does so is controversial and
how it promotes MALT lymphoma is unknown. Considering recent reports implicating c-IAP1 and c-IAP2 E3 activity in
repression of non-canonical NF-kB signaling, we asked if the c-lAP2/MALT fusion protein can initiate non-canonical NF-xB
activation. Here we show that in addition to canonical activation, the fusion protein stabilizes NIK and activates non-
canonical NF-kB. Canonical but not non-canonical activation depended on MALT1 paracaspase activity, and expression of
E3-inactive c-IAP2 activated non-canonical NF-kB. Mice in which endogenous c-IAP2 was replaced with an E3-inactive
mutant accumulated abnormal B cells with elevated non-canonical NF-kB and had increased numbers of B cells with a
marginal zone phenotype, gut-associated lymphoid hyperplasia, and other features of MALT lymphoma. Thus, the c-IAP2/
MALT1 fusion protein activates NF-xB by two distinct mechanisms, and loss of c-lAP2 E3 activity in vivo is sufficient to
induce abnormalities common to MALT lymphoma.
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Introduction

The defining characteristic of the IAP (Inhibitor of Apoptosis)
gene family is the presence of one or more baculovirus IAP
repeats (BIRs) (reviewed in [1]). These ~70 amino acid regions
mediate protein-protein interactions, and in the context of
adjacent sequences are responsible for the association of certain
IAP family members with caspases. There are eight mammalian
IAPs. Some IAPs also contain a RING motif that confers
ubiquitin protein ligase (E3) activity. c-IAP1 and c-IAP2 are such
RING-containing proteins that bind caspase-7 or -9 but, unlike
XIAP, do not inhibit their enzymatic activities [2]. c-IAP1 and c-
IAP2 also bind the adaptor protein TNF Receptor Associated
Factor 2 (TRAF2) and are components of the Tumor Necrosis
Factor Receptor 1 (INF-R1) and 2 signaling complexes [3].
Upon TNF-R2 occupancy, c-IAP1, but not c-IAP2, ubiquitinates
TRAF2 and the mitogen activated protein (MAP) kinase kinase
kinase ASKI1, resulting in the proteasomal degradation of all
three proteins, cessation of MAPK signaling, and an increased
susceptibility to cell death [4-6].

An emerging body of evidence has implicated the c-IAPs in
regulating the activation of the transcription factor NF-xB. NF-xB
can be activated by two distinct signaling mechanisms (reviewed in
[7,8]). The most common (the canonical pathway) depends on IxkB
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kinase (IKK) PB-mediated phosphorylation of inhibitory IkB
proteins, leading to their ubiquitination and degradation. This
frees cytosolic NF-kB heterodimers to translocate to the nucleus
and regulate gene transcription. The second activating mechanism
(the non-canonical pathway) is downstream of a limited number of
receptors, including CD40, lymphotoxin B receptor, and BAFF
receptors, and involves the proteolytic removal of carboxy-
terminal ankyrin motifs in the NF-xB protein p100 to yield p52
[9,10]. p52/Rel B-dimers translocate to the nucleus and regulate
gene transcription [11]. Processing of p100 to p52 is dependent on
the sequential activation of the upstream kinases NIK (NF-xB-
inducing kinase) and IKKa [12-14]. Transient overexpression of
c-IAP2 in cells has been shown to induce the ubiquitination and
degradation of IxB, the essential antigen receptor NI-kB signaling
intermediate Bcl-10, and NIK [15-18]. Overexpression of c-IAP1
induced the ubiquitination and degradation of TRAF2 and NIK,
and its knockdown with silencing RNA impaired TNFo-induced
NF-xB activation [4,18-20].

Despite the (mostly in vitro) evidence for c-IAP regulation of
NF-kB, primary cells from c-IAP1 and c-IAP2 knockout mice
showed no obvious abnormalities in NF-kB activation [21,22].
However, studies using synthetic “Smac mimetics” that induce the
proteasomal degradation of c-IAPI and c-IAP2, or siRNA to
knock down the remaining c-IAP molecule expressed in cells from
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Author Summary

MALT (mucosal associated lymphoid tissue) lymphomas
commonly express a mutant protein that contains a
portion of the ubiquitin protein ligase cellular Inhibitor
of Apoptosis 2 (c-IAP2) and a portion of the paracaspase
MALT?1. Expression of this fusion protein activates the anti-
apoptotic transcription factor NF-xB, but how it does so
and whether or not this activity contributes to lympho-
magenesis is not known. Here we identify the mechanisms
by which the fusion protein activates NF-kB and show that
absence of c-IAP2 ubiquitin protein ligase activity in mice,
as is the case in patients that express the fusion protein,
results in spontaneous activation of NF-kB and many of
the phenotypic cellular features of MALT lymphoma. Our
findings demonstrate that c-IAP2 ubiquitin protein ligase
activity dampens constitutive NF-kxB activity and maintains
B cell homeostasis, and provide genetic evidence that the
loss of this enzymatic activity in the fusion protein has a
major contributing role in MALT lymphomagenesis.

c-IAPI- and c-IAP2-deficient mice, have suggested that these two
proteins may work redundantly to promote TNF-o-induced NF-
KB activation and inhibit spontaneous non-canonical NF-xB
activation [18,20,23-25]. Binding of c-IAPs to TRAF2 brings
them into proximity with TRAF3-associated NIK. The result is a
repressive complex that causes ubiquitination and degradation of
NIK and maintains non-canonical NF-xB signaling in a basal state
[3,26,27]. Consistent with this, tandem deletions of the c-IAPs
have been associated with increased non-canonical NF-xB
signaling and the development of multiple myeloma [28,29], and
conditional deletion of TRAF2 and TRAF3 results in stabilization
of NIK, increased non-canonical signaling, and B cell hyperplasia
[30-33].

MALT (mucosal associated lymphoid tissue) lymphomas are
indolent neoplasms that have cytological features and bear cell
surface markers of marginal zone B cells, and typically invade
epithelial organs such as the gut and lung [34—36]. The molecular
events that contribute to MALT lymphomagenesis are not well
understood, but it is thought to involve the constitutive activation
of NF-xkB [37]. A variety of chromosomal abnormalities are
associated with this disease; the most prevalent is a translocation,
t(11;18)(q21;q21), that results in the production of a fusion protein
containing the NHy-terminal (BIR-containing) fragment of c-IAP2
and the COOH-terminal portion of MALTI, a paracaspase
involved in antigen receptor signaling [38—40]. Ectopic expression
of this fusion protein in cell lines activates NF-xB [41], and
transgenic overexpression in mice results in an increase in
marginal zone B cells [42]. It is thought that the fusion protein
activates NF-xB via the canonical signaling pathway [43-46]. The
relevance of the different domains in the c-IAP2/MALT1 fusion
protein to the development of MALT lymphoma has not been
addressed.

Here we investigate the mechanism by which the c-IAP2/
MALT1 fusion protein contributes to the development of MALT
lymphoma. Ectopic expression of the fusion protein in cell lines
activated both the canonical and non-canonical NF-xB signaling
pathways, the former but not the latter being dependent on the
MALT1 paracaspase activity. Expression of a mutant c-IAP2 that,
like the c-IAP2 portion of the fusion protein, lacks E3 activity
activated non-canonical but not canonical NF-kB. Knockin mice
expressing this same c-IAP2 mutant in lieu of the wild type gene
accumulated abnormal B-cells that had elevated non-canonical
but not canonical NF-kB signaling, a cell-autonomous survival
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advantage in vivo, and other features of MAL'T lymphomas. The
many points of similarity between mice expressing a c-IAP2 E3-
inactive mutant and patients expressing a c-IAP2 E3-inactive
MALTT1 fusion protein suggests that the loss of this activity
activates non-canonical NF-kB and predisposes to malignancy.

Results

Loss of c-IAP2 E3 Activity and Non-Canonical NF-xB
Activation by the c-IAP2/MALT1 Fusion Protein

Ectopic expression of the c-IAP2/MALT1 fusion protein causes
p65 to translocate to the nucleus, evidence of canonical NF-xB
activation [43]. We assessed the mechanism of NF-kB induction in
293T cells transfected with the fusion protein (Figure 1A and 1B).
Expression of the c-IAP2/MALT1 fusion protein induced IxB
phosphorylation, as did a constitutively active form of IKK
(IKKB-CA). Unlike IKKB-CA, however, c-IAP2/MALT1 result-
ed in little if any IxB degradation, suggesting that it is a much less
potent activator of canonical signaling. Notably, the c-IAP2/
MALT1 fusion protein, but not IKKB-CA, also increased the
levels of NIK and p52, hallmarks of non-canonical signaling.
Expression of MALT1 did not induce IxB phosphorylation or
degradation, or increase NIK or p52. Therefore, the fusion protein
can trigger both arms of the NF-kB signaling cascade.

The MALT1 portion of the c-IAP2/MALT1 fusion protein has
paracaspase activity, and it has been shown that expression of an
Inactivating mutation resulted in approximately 2-fold less NF-xB
reporter activity than the paracaspase-active form [47]. We
compared NF-kB activation in 293T cells transfected with the
native sequence or paracaspase-inactive (c-IAP2/MALT19*0*
c-IAP2/MALT1 ¢cDNA (Figure 1C). The canonical pathway, as
judged by IxB phosphorylation, was markedly reduced by the
mutation, but increases in the non-canonical pathway components
NIK and p52 were unaffected. The fusion protein lacks the c-IAP2
RING domain and therefore its E3 activity, and c-IAPs have been
shown to ubiquitinate NIK and repress non-canonical NF-xB
signaling [18,26,27]. In fact, expression of c-IAP2 lacking its
c-terminal half, as occurs in c-IAP2/MALT1 fusion proteins,
increased both NIK and p52 levels (Figure S1). To ask if this was
due specifically to the loss of E3 activity, we expressed c-IAP2 in
which a RING histidine that is critical for E3 activity was replaced
by alanine (c-IAP2™7*Y but the protein was otherwise intact
(Figure 1A) [48,49]. Expression of c-IAP2™7* induced little if
any IkB phosphorylation but increased NIK and p52 levels
(Figures 1D and S1). These results show that the c-IAP2/MALT1
fusion protein activates both the canonical and non-canonical NF-
kB signaling cascades and that there are two distinct mechanisms.
The finding that expression of E3-defective c-IAP2 (Figure 1D) but
not MALT (Figure 1B) activated non-canonical NF-xB raised the
possibility that a similar mechanism might account for non-
canonical NF-xB activation by the c-IAP2/MALT1 fusion
protein.

Generation of the c-IAP2"°7°* Knockin Mice

To investigate the consequences of expressing c-IAP2 lacking
E3 activity in vivo, we generated gene-targeted knockin mice that
express an E3-inactive mutant of c-IAP2 (c-IAP2"™7%% under the
control of the native regulatory regions (Figure 2A). ES cells that
had integrated the targeting vector were used to generate chimeric
mice that were crossed to the C57BL/6 background. The presence
of the H570A substitution in F1 offspring and subsequent
generations was assessed by long-template PCR followed by Spe
1 restriction endonuclease digestion. The expected fragment sizes
generated from the wild type allele are 4.9 and 0.7 kb, and those
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Figure 1. c-IAP2/MALT1 fusion protein activates canonical and non-canonical NF-kB signaling. (A) Schematic of c-IAP2, MALT1, c-IAP2/
MALT fusion protein, and other mutants used. * denotes the location of the inactivating mutations. (B, C, and D) c-IAP1/MALT fusion protein activates
canonical and non-canonical NF-kB signaling pathways. Lysates prepared from 293T cells that had been transfected with the indicated cDNAs for
24 h were immunoblotted with anti-FLAG, anti-phospho-IkB, anti-NIK, and anti-p52 antibodies. Because of differences in molecular weight, one can
use anti-FLAG to detect and distinguish between the NF-kB activating proteins (Activator: IKKB-CA, c-IAP2/MALT1, c-IAP2™°7%A, and MALT1) and IkB.
Some lanes were reordered for clarity. B-actin expression was used as a loading control. * denotes a non-specific band.

doi:10.1371/journal.pbio.1000518.g001

from the c-IAP2™7* allele are 4.3 and 0.6 kb (Figure S2 and
Figure 2B). Acquisition of the mutant allele in c-IAP2*/ 2704 and
c-TAPQTP7OAHSTOA - pice  caused the appearance of shorter
fragments in a gene dose-dependent manner.

Mutation of the Zn*"-coordinating histidine in the c-IAPI,
c-IAP2, and XIAP RING domains [48,49] prevents autoubiqui-
tination and results in increased protein levels in cells transiently
expressing the corresponding cDNAs. Furthermore, under phys-
iologic conditions c-IAP1 downregulates c-IAP2 protein levels by
trans-ubiquitination and proteasomal degradation [21]; there does
not seem to be a reciprocal regulation of c-IAP1 by c-IAP2 [22].
To determine how c-IAP2 E3 activity might affect c-IAP levels,
splenocyte lysates were immunoblotted with an antiserum that
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recognizes both c-IAP2 and c-IAP1 (Figure 2C) [50]. The
antibody detected a doublet in wild type cells, the upper and
fainter band being c-IAP2 and the lower and more prominent
being c-IAP1 [21]. There was a marked increase in c-IAP2
expression in c-IAP2" M0 cells and an even greater increase in
c-TAPQIP70AHSTOA (el Tn contrast, there was only a small
increase in the level of c-IAP1. We compared the susceptibility of
wild type c-IAP2 and the RING-less c-IAP2/MALT1 fusion
protein to ubiquitination-dependent degradation. Consistent with
a previous report [51], only levels of c-IAP2 increased in response
to proteasome inhibition, indicating that the lack of E3 activity
also stabilizes the fusion protein (Figure S3). Given that c-IAP2
expression is also regulated by c-IAPI-mediated ubiquitination
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Figure 2. Generation of c-IAP2H570A/H570A mice (A) Site-directed
mutagenesis of the Zn*'-coordinating histidine residue in the RING
domain of c-IAP2. Lower and upper case letters denote the nucleotide
and corresponding amino acid sequence, respectively, before and after
mutagenesis. The bolded amino acids highlight the histidine to alanine
replacement, and the italicized nucleotides highlight the nucleotide
substitutions. The box depicts the novel Spe1 restriction endonuclease
site. (B) Spe1 endonuclease digestion of PCR products amplified from
wild type (+/4), c-IAP2HS70R (L /mut), and c-IAP277OAHSTOA (1t /mut)
tail DNA. Spel digestion of the PCR fragment amplified from the wild
type (+) allele generates 4.9 and 0.7 kb fragments and the c-IAP2M579A
(mut) allele 4.3, 0.7, and 0.6 kb fragments. (C) c-IAP expression in +/+,
+/mut, and mut/mut splenocytes was determined by immunoblot using
an antiserum that recognizes both c-IAP1 and c-IAP2. B-actin expression
was used as a loading control.

doi:10.1371/journal.pbio.1000518.9002

[21], these results indicate that the combined activity of the c-IAPs
is required to maintain c-IAP2 at physiologic levels.

B Cell Hyperplasia, Marginal Zone B Cell Accumulation,
and Enlarged GALT in c-IAP2H370AH570A \ice

Homozygous c-IAP2 knockin mice were viable, fertile, and
displayed no obvious phenotypic abnormalities. Analysis of peri-
pheral lymphoid organs in 6-7-month-old c-TAP2H270AHY70A e
however, revealed a number of abnormalities. Unlike the spleen,
cell numbers of pooled peripheral lymph nodes (axial, brachial,
superficial cervical, and inguinal) as well as mesenteric lymph nodes
were markedly increased (Figure 3G, A, and D). There was a
reduction in the percentage of T cells with a corresponding increase
in the percentage of B (B220") cells (Figure 3B, E, and H). The result
was approximately a 5-fold and 4-fold increase in the absolute
number of pooled and mesenteric lymph node B cells, respectively,
and a smaller (2-fold) increase in T cell number (Figure 3C and F).
The CD4*:CD8" T cell ratio in c-TAP2™7OVET0A pjce was
normal (unpublished data). c-TAP22704 5794 1y phocytes had an
unactivated phenotype, with normal levels of B7.1 and I-AP (B cells)
and CD25 and CD69 (T cells) (unpublished data). Two- to three-
month-old c-IAP2HP7OAHS704 mice also had increases in lymph
node B cells, although to a lesser extent than older animals (Figure
S4). Analysis of B and T cell precursors in bone marrow and
thymus, respectively, revealed no abnormalities. Among splenic B
cells there was reproducibly an approximately 3-fold increase in
the percentage of cells with a marginal zone phenotype
(CD21MCD237), with a compensatory decrease in the percentage
of follicular (CD21™CD23") and immature (CD21-CD237) B
cells (Figure 3J). Although lymph nodes normally have few B cells
with a marginal zone phenotype [52], there was a small increase in
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these cells in c-TAP2M70YH70A 100 nodes. Circulating IgA was
increased approximately 3-fold in c-IAP2™70AHS70A yice and
there were highly statistically significant increases in IgM and IgG3,
and a reduction in IgG1 as well (Figure 4). No statistically significant
changes were found in IgG2b and IgE levels.

B cell hyperplasia, particularly of marginal zone B cells, in gut-
assocliated lymphoid tissue (GALT) and lung is a feature of MALT
lymphomas [34,36]. Gross examination revealed that c-IA-
poHS70A/HSTOA ice had enlarged GALT and mesenteric lymph
nodes, which was confirmed by histological evaluation (Figure 5A).
There were also mild to moderate lymphocytic infiltrates in the
lung (Figure 5B), with no evidence of neoplasia in either organ.
Despite the increased size of the GALT in c-TAP2H270A/Ho70A
mice, immunohistochemistry and flow cytometric analysis of both
wild type and c-IAP2PP70AH370A GALT revealed primarily B cells
with a follicular phenotype (Figure 5C and 5D), organized T-cell-
enriched areas (compare Figure 5C with Figure S5), and no
evidence of cellular activation (unpublished data). The lympho-
cytic infiltrates in the lungs of the c-IAP2 knockin mice also
consisted of B cells and T cells (unpublished data). Taken together,
these results demonstrate that mice with catalytically inactive
c-IAP2 acquire a lymphoid phenotype that shares many features
with MALT lymphomas.

Enhanced Survival and Proliferation of c-IAP2"°70A/H570A
B Cells In Vitro and In Vivo

The increase in B cell numbers in vivo could be due to
decreased death, increased expansion, or a combination. Suscep-
tibility to cell death was determined by culturing splenocytes in the
absence of growth or survival factors and quantifying cell viability
of B220" and TCRB" cells by measuring 7-AAD incorporation
(Figure 6A). c-IAP2 knockin B cells died more slowly than wild
type cells, with 10%—15% still viable even after 64 h, compared to
3% for wild type cells. Addition of BAFF or agonistic anti-CD40
partially rescued the survival of B cells of both genotypes with
similar dose-response curves (Figure 6B and unpublished data).
There was no difference between the genotypes with regard to T
cell survival (Figure 6A). Proliferative ability was addressed by
stimulating purified B cells with anti-pu F(ab’)y or lipopolysaccha-
ride (LPS) and measuring *H-thymidine incorporation (Figure 6C).
c-TAPQHP70AHST0A B ells had enhanced responses to both
stimuli, with approximately a 3-fold shift in the dose response
curve toward lesser concentrations of stimulus compared to wild
type cells. During the course of the proliferation assays there were
no differences between the two genotypes with regard to cell
death (unpublished data). To determine if these in vitro
observations correspond to B cell behavior in vivo, experiments
were performed in which a mixture of wild type and c-IAP2
knockin splenic B cells was adoptively transferred into RAG2-
deficient mice (Figure 6D). Although equal numbers of cells of
each genotype were injected, after 45 d a 3-fold (lymph node) to
5-fold (spleen) preponderance of c-IAP2 knockin B cells was
observed. These results show that the absence of c-IAP2 E3
activity in B cells results in a cell-intrinsic abnormality that
increases their capacity to survive and/or proliferate in vitro and
in vivo.

Spontaneous Non-Canonical NF-kB Activation in
C_IAP2H57OA/H57OA Cells

Ectopic expression of a cIAP2/MALT1 fusion protein
spontaneously activates NF-kB, as does depletion of c-IAPs with
Smac mimetics or silencing siRNAs [18,25,26,38,41,53,54]. We
therefore asked if selective loss of c-IAP2 E3 activity, in an
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n=3) mice. The error bars represent the standard error of the mean. T
distribution in pooled LNs (B), MLN (E), and spleen (H) of +/+ and mut/mut

B Cell Abnormalities in c-IAP2 E3-Defective Mice

(TCRB*B2207), B (TCRB~B220%), and non-T and non-B cell (TCRB™B2207)
mice determined by flow cytometry. Numbers represent the percentage of

cells in each quadrant. Absolute number of T, B, and non-T/non-B cells in pooled LNs (C), MLN (F), and spleen (l) of +/+ and mut/mut mice. For the
pooled lymph node, the absolute number was divided by the total number of lymph nodes harvested. The error bars represent the standard error of
the mean. (J) Distribution of immature (CD23~CD21"), follicular (CD23*CD21™), and marginal zone (CD23~CD21%) B cells (gated on B220" cells) in
spleen (Spl), pooled LNs, and MLN. Numbers represent the percent positive in each gate.

doi:10.1371/journal.pbio.1000518.g003

otherwise physiological setting, affects NF-kB. Quantitative RT-
PCR found that transcripts for NF-kB-responsive genes encoding
GADD45p, IkB, c-IAP2, and ferritin heavy chain were elevated in
c-TAPQP70AHSTOA B (el (Figure 7A) [15,55-57]. There was no
increase, however, in the expression of Bcl-2, a gene product that
has been reported to increase in response to canonical but not
non-canonical NF-kB activation [58,59], raising the possibility
that NF-kB activation in c-IAP2T?70AH570A B cells was pathway-
specific. Activation of the canonical pathway was assessed by
measuring IkB levels and its state of phosphorylation. IxB levels
were similar to or perhaps slightly increased in c-IAP2™>70A/H5704
B cells (Figure 7B) and murine embryonic fibroblasts (MEFs)
(Figure 7C) compared to wild type cells. More importantly,
there was no increase in spontaneously phosphorylated IkB in

c-IAPQTP7OAHST0 (ells  arguing against spontancous canonical
NF-kB activation. In contrast, the levels of both NIK and p52
were elevated in knockin B cells (Figure 7D) and MEFs (Figure 7E).
The levels of TRAF2 and TRAF3, two components of a c-IAP-
containing inhibitory complex thought to degrade NIK [26,27],
were unaffected by the loss of c-IAP2 E3 activity (unpublished
data). In T cells, the amount of NIK was lower in wild type T than
wild type B cells, and there was little increase in T cells expressing
E3-inactive c-IAP2 (Figure 7D). There was correspondingly
little increase in p52, although a small amount was detected in
c-TAPHS7OAHSTOA 7 el Together, these results indicate the E3
activity of c-IAP2 is required to inhibit constitutive non-canonical
NF-kB activation in B cells, MEFs, and to a much lesser degree, T
cells.
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Figure 4. Serum immunoglobulin levels in c-IAP2H579H570A pjce,
each dot represents the titer for an individual mouse, and the horizontal
doi:10.1371/journal.pbio.1000518.g004
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Wild type (+/+) and c-IAP2"370AH570A (myt/mut) mice were 8-10-wk-old,
lines indicate the mean titer for each genotype.
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Figure 5. Lymphocytic infiltrates in the lungs and GALT hyperplasia in c-IAP2"570AH570A pice Sections of GALT (A) and lung (B) from
wild type (+/+) and c-IAP2 knockin (mut/mut) mice stained with hematoxylin and eosin. Both tissues are presented at 8 x magnification and the bar
denotes 100 pum. Arrows highlight the areas containing the infiltrating lymphocytes in the lungs of c-IAP2 "5704H379% mice (C) B cell distribution in
GALT of +/+ and mut/mut mice. (D) Distribution of immature (CD23~CD217), follicular (CD23*CD21™), and marginal zone (CD23~CD21%) B cells
(gated on B220" cells) in GALT of +/+ and mut/mut mice. Numbers represent the percent positive in each gate.
doi:10.1371/journal.pbio.1000518.9005

Although the E3 activity of c-TAP2 is absent in both ¢-IAP2 ™/~ TRAF2, which is essential for c-IAP-mediated repression of the
and c-IAPQP7OAHSTOA “( o)y, only the latter has increased non-canonical signaling cascade [26], the results are consistent
spontancous NIF-xB activation. Because c-IAP1 also binds with the possibility that the E3-defective c-IAP2 competes with
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Figure 6. c-IAP2H570AMHS70A B (qlls are more sensitive to
proliferative stimuli and survive longer in vitro. (A) Splenocytes
from wild type and c-IAP2"*7OAHSTOA mice were cultured for the
indicated times and the percentage of viable B and T cells was
quantitated by staining with anti-B220, anti-TCRB, and 7AAD. The
experiment was performed in triplicate and the error bars represent the
standard error of the mean. (B) Purified B cells were incubated with or
without BAFF or agonistic anti-CD40 for 66 h and cell viability was
determined as in (B). For the assessment of BAFF sensitivity, the percent
viability of untreated cells was subtracted from the percent viability at
each concentration of BAFF and the results are displayed as the increase
in percent viable cells. (C) IgM- and LPS-induced proliferative responses
of wild type (+/4) and c-IAP2H570AHSTOA (1 t/mut) B cells. Purified B
cells were cultured in vitro with the indicated concentrations of anti-pt
(Fab'), or lipopolysaccharide (LPS) for 48 h, pulsed with 3H—thymidine,
and harvested 18 h later. The experiment was performed in triplicate
and the error bars represent the standard error of the mean. (D)
Adoptive transfer of equal numbers of splenic wild type (wt; CD45.1%)
and c-IAP2MP7OAHS70A (1 - CD45.2%) B cells into RAG2-deficient mice.
Forty-five days later splenocytes and lymphocytes were prepared and
the ratio of mut/wt B cells recovered was calculated by dividing the
percentage of mut (B220"CD45.2%) cells by the percentage of wt
(B2207CD45.1%) cells.

doi:10.1371/journal.pbio.1000518.g006
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endogenous c-IAPI. In fact, c-TAPRHP70AHETOA 56 ahle to bind
TRAF?2 at least as well as the wild type protein (Figure S6). To ask
if the c-IAP2 RING mutant interfered with endogenous c-IAP1,
c-IAP2-specific siRNA was used to knock down c-IAP2 in wild
type and c-IAP2 knockin MEFs (Figure 7F). As seen in splenocytes
(Figure 2C), there was a large increase in c-IAP2 and a small
increase in c-IAP1 levels in c-IAP2 knockin MEFs (Lanes 1 and 3).
Transfection of wild type MEFs with c-IAP2 siRNA specifically
reduced c-IAP2 but had little if any effect on the levels of p52. In
contrast, knockdown of c-IAP2 in c-TAP2H70A/HST0A N ipEg
resulted in a substantial reduction of p32 levels. To determine if
c-IAP2"7%% interferes with c-IAP1-mediated ubiquitination/
degradation of NIK, 293T cells were co-transfected with NIK
and ¢-IAP1, with or without c-TAP2™°7%* (Figure 7G). Consistent
with previous reports [18,26], expression of c-IAP1 reduced NIK
to undetectable levels; this was prevented by co-expression of E3-
inactive c-IAP2. Thus, the E3-defective ¢-TAP2""** can inhibit
constitutive c-IAP1-mediated ubiquitination/degradation of NIK
and de-repress the non-canonical signaling cascade.

Discussion

Unmanipulated mice deficient for c-IAP1 and c-IAP2 have no
obvious phenotypic abnormalities [21,22], which has made it
difficult to ascribe a physiologic role to these proteins in vivo.
Recent studies have suggested that redundancy among the c-IAPs,
at least with regard to NF-kB activation, could account for the lack
of apparent abnormalities [18,25,26]. If so, this could be an even
bigger factor in c-IAP1 knockout mice, in which c-IAP2 levels are
elevated because it is no longer ubiquitinated by c-IAP1 and
targeted for degradation [21]. c-IAP1 is not elevated in cells from
c-IAP2-deficient mice [22], suggesting that even normal c-JAPI1
levels are sufficient to compensate for the loss of c-IAP2. In
contrast to the c-IAP2 knockout animals, we have found that
substitution of wild type c-IAP2 with an E3-defective point
mutation does result in constitutive NF-kB activation and
abnormal B cell accumulation. This is likely because the
endogenous c-IAP1 is unable to compensate for the lack of
c-IAP2 E3 activity. The N-terminal BIR-containing region of both
proteins binds to TRAF2, a prerequisite for c-IAP-mediated NIK
ubiquitination [18,26]. Furthermore, only one c-IAP molecule can
bind one TRAF2 trimer at a time [60]. We found that
overexpressed c-TAP2™70Y 0% i erferes with c-TAP1-mediated
degradation of NIK and that knockdown of the c-IAP2 mutant
restored repression of non-canonical NF-kB. These data argue
that the mutant c-IAP2 prevented c-IAP1 from associating with
the repressive complex. The c-TAPQHO7OAHSTOA e therefore
represent an example in which replacement of the endogenous
gene with an inactive form, but not a complete knockout, can
reveal normal function.

Abnormal B cell expansion has been observed in a number of
animal models in which NF-kB activity is chronically elevated. For
example, overexpression of B cell activating factor (BAFF) or NIK,
both of which lead to non-canonical NF-kB activation, results in B
cell hyperplasia with increased numbers of CD23°CD21™ B cells
[59,61]. Similarly, mice lacking either TRAF2 or TRAF3 in B
cells have elevated non-canonical NF-kB, an expanded B cell
compartment, increased numbers of cells with a marginal zone
phenotype, and elevated serum immunoglobulins [31-33].
TRAF2 and TRAF3 are adaptor molecules downstream of BAFF
receptors that constitutively form a complex with c-IAPI, c-IAP2,
and NIK [26,27]. These associations result in c-IAP-dependent
ubiquitination of NIK and its proteasomal degradation, which is
thought to maintain the non-canonical NF-kB activation pathway
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Figure 7. Elevated non-canonical NF-kB activation in c-JAP2"570AM570A cq||g (A) NF-kB target gene expression in WT (+/4) and c-|AP2H570A/H570A
B cells determined by real-time PCR. Bars represent the mean increase of each mRNA in c-IAP2H570AM570A cels from three independent experiments. The
error bars represent the standard error of the mean. (B) Immunoblotting of phospho-IkB and IkB in lysates of +/+and c-IAP2"57°AH570A (mut/mut) B cells. p-
actin expression was used as a loading of control. (C) Immunoblotting of phospho-lkB and IkB levels in lysates of unstimulated +/+ and mut/mut MEFs as in
(B). Lysates of cells stimulated with TNF-o (10 ng/ml for 5 min) were blotted in parallel as a positive control for the phospho-lkB antibody. (D)
Immunoblotting of NIK and p52 in lysates prepared from +/+ and mut/mut B and T cells. B-actin expression was used as a loading of control. (E)
Immunoblotting of NIK and p52 in lysates prepared from +/+ and mut/mut MEFs as in (D). (F) Knockdown of c-IAP2 in +/+ and mut/mut MEFs. Cells were
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expression was used as a loading of control. The lanes have been reordered for clarity. (G) 293T cells were transfected with expression vectors containing the
indicated cDNAs and immunoblotted for the respective peptide tags and f-actin.

doi:10.1371/journal.pbio.1000518.g007

in a basal state. Although we found no alterations in expression of dependent B cell hyperplasia in a manner similar to BAFF
TRAF2 and TRAFS in c-IAP2MP70A 5704 pjce NIK levels and  and NIK transgenic mice, or TRAF2 and TRAF3 knockout mice
NF-xB activity were increased, and the mice developed age- [31-33,59,61]. The data are all consistent with the notion that
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basal ubiquitination of NIK by c-IAP2 is an important mechanism
for regulating constitutive NF-kB activity and B cell homeostasis.

It is widely believed that the c-JAP2/MALTI1 protein is
pathogenic because it activates the canonical NF-kB signaling
pathway [37]. A variety of mechanisms have been suggested,
including proteolytic cleavage of A20, a negative regulator of NT-
kB activation, ubiquitination of NEMO, binding of the fusion
protein to lysine 63-linked polyubiquitinated NEMO, and the
failure of the fusion protein to degrade Bcl-10 [37]. However, a
potential role for non-canonical NF-kB activation has not been
explored. We have found that the c-IAP2/MALT1 fusion protein
activates both canonical and non-canonical signaling pathways,
and activation of the latter in mice is sufficient to promote the
development of features common to MALT lymphoma. Our
results are in agreement with a report that overexpression of the
fusion protein in 3T3 cells resulted in an NF-kB complex that was
supershifted with antibodies to RelB [62]. Interestingly, introduc-
tion of a Bcl-10 transgene, which mimics the MALT lymphoma-
assoclated t(1;12)(p22;q32) chromosomal translocation that dereg-
ulates Bcl-10, results in marginal zone B cell hyperplasia and
elevated non-canonical as well as canonical NF-kB signaling [63].
It is noteworthy that mice lacking the COOH-terminal ankyrin
domain of pl00, which results in constitutive activation of p52,
develop B cell hyperplasia and enlarged GALT. Thus, activation
of the non-canonical pathway may be a major contributor to the
development of MALT lymphoma. The development of MALT
lymphoma-like abnormalities in the c-IAP2 E3-defective mice
raises a cautionary note that drugs that reduce c-IAP levels, such
as SMAC mimetics, may have unintended side effects due to
activation of non-canonical NF-kB signaling, especially if admin-
istered chronically.

Materials and Methods

Mice and Reagents

RAG2-deficient and CD45.1 congenic mice were obtained from
the Jackson Laboratory. All restriction endonucleases were
obtained from New England Biolabs. pCMV9 containing
carboxy-terminal myc-tagged human NIK ¢cDNA was obtained
from Nobuhiko Kayagaki and Vishva Dixit (Genentech) and
pRKS5 containing Flag-tagged human c-IAP2 and c-IAP2/
MALT1 was obtained from Xiaolu Yang (University of Pennsyl-
vania). pRK5-Flag-tagged human c-TAP2"°7** and pRK5-Flag-
tagged human c-IAP2/MALT1*** \ere gencrated by site
directed mutagenesis using the primers 5'-GTCCATAGTGTT-
TATTCCTTGTGGTCATCTAGTAGTATGCAAAGATTGT-
GC-3', 5-GCACAATCTTTGCATACTACTAGATGACCA-
CAAGGAATAAACACTATGGAC-3', 5'-GACTTAATGTGT-
TCTTATTGGATATGGCTAGGAAAAGAAATGACTACGA-
TGATAC-3', 5'-GTATCATCGTAGTCATTTCTTTTCCTA-
GCCATATCCAATAAGAACACATTAAGTC-3', respectively,
and the QuickChange mutagenesis system from Stratagene.
pRK5-Flag-tagged human C-TAPQACARDRING (g generated by
cloning a PCR product amplified from human c-IAP2 ¢cDNA into
pRKD5 that already contained cDNA encoding the Flag-tag using
the primers 5'-GCTCGTGAATGCGGGATCCTCTAGAAAC-
ATAGTAGAAAACAGC-3" and 5-GCTGCAACGTAAGCTT-
TCATTCATTTGATTCTTTTTCCTCAGTTGC-3’, BamHI
and HindlIll. Presence of the mutations was confirmed by direct
sequencing. pCGMV-Tag2 murine c-IAP2 has been described [21].
GST-tagged murine c-IAP2 was obtained by subcloning into
pGEX-6P-1 (Amersham). GST-tagged murine c-IAP2727% was
generated by site directed mutagenesis using primers that have
been described [21]. Myc-tagged murine c-IAP1 was obtained by
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subcloning into pCMV-Tagh (Clontech). IKKB-CA has been
described [64]. pCMV4 containing Flag-tagged IxB cDNA was
obtained from Dean Ballard (Vanderbilt University). The anti-c-
IAP antibody was obtained from Herman Chung and Bob
Korneluk (Apoptosis Research Center, Children’s Hospital of
Eastern Ontario), anti-NIK and anti-p52 from Cell Signal-
ing Technologies, anti-phospho-IkB and anti-IkB from Santa
Cruz, and anti-FLAG and anti-B-actin from Sigma. Anti-CD40
(HM40-3) was obtained from BD Biosciences. BAFF was obtained
from Peprotech. The fluorescently labeled antibodies used for
analysis of lymphoid populations in the thymus, bone marrow,
lymph node, and spleen by flow cytometry were obtained from BD
Biosciences. The Mouse Immunoglobulin Isotype Panel (Southern
Biotech) was used to quantify the serum immunoglobulin titers for
IgM, IgG1, IgG2b, IgG3, and IgA. The OptEIA Set Mouse IgE
(BD Biosciences) was used to quantify the amount of serum IgE.
The anti-B220/CD45R and anti-CD3 used from B and T cell
immunohistochemistry were purchased from BD Biosciences and
Serotec, respectively. The B cell and T cell enrichment kits were
obtained from Stemcell Technologies. For some experiments B
cells were purified using the Mouse B cell Recovery Column Kit
from Cedarlane Laboratories Ltd. The primer sequences used in
the quantitative PCR are as follows, GADD45f 5" (5'-CTG-
CCTCCTGGTCACGAA-3"), GADD45 3’ (5'-TTGCCTCTG-
CTCTCTTCACA-3'), IxkB 5’ (5'-TCACGGAGGACGGAGAC-
TCG-3'), IxkB 3" (TGGAGATGCTGGGGTGTGC), ferritin
heavy chain 5 (5-GGAGTTGTATGCCTCCTACGTCT-3"),
ferritin heavy chain 3" (5'-TGGAGAAAGTATTTGGCAAAG-
TT-3"), cIAP2 5" (5-TATTTGTGCAACAGGACATTAG-
GAGT-3'), c-IAP2 3’ (TCTTTCCTCCTGGAGTTTCCG), Bel-
2 5" (5"-GTACCTGAACCGGCATCTG-3'), and Bcl-2 3" (5'-
GGGGCCATATAGTTCCACAA-3"). The HPRT primers have
been described [65]. c-IAP2 siRNA has been described [26] and
was modified to Stealth RNAi siRNA. The sequences of the
oligonucleotides are 5'-AAGUGGUAGGGACUUGUGCUCAA-
AG-3" and 5'-CUUUGAGCACAAGUCCCUACCACUU-3'.

Gene Targeting and Generation of the c-IAp2H°70A/H570A

Mice

The BamH1-EcoR1 and EcoR1-EcoR1 recombination arms used
to generate the c-IAP2™°7%* targeting construct were obtained from
BAC-DNA (clone 239-13P; Research Genetics) using the respective
endonucleases and subcloned into shuttle vectors. To insert the silent
mutation in the neighboring leucine codon introducing a novel Spel
restriction endonuclease site and then replace the histidine codon
with an alanine codon, the BamHI-Ecorl arm was sequentially
mutagenized using mutagenic primers 5'-CATCGTGTTCA-
TTCCCTGTGGCGCACTAGTCGTGTGCAAAGACTGCG-3'
and 5-CGCAGTCTTTGCACACGACTAGTGCGCCACAGG-
GAATGAACACGATG-3', and then 5-CATTCCCTGTGGC-
CATCTAGTCGTGTGCAAAGACTGC-3" and 5-GCAGTCT-
TTGCACACGACTAGATGGCCACAGGGAATG-3" using the
QuickChange mutagenesis system from Stratagene. The presence of
H570A in exon 9 and absence of other spontaneous mutations in the
other exons were confirmed by direct sequencing. After subcloning
both recombination arms into a vector containing a neomycin
cassette flanked by two loxP recombination sites, the resultant
targeting vector was linearized with Notl and transfected into ES
cells. Stable transfectants were screened by southern blotting and
long-range polymerase chain reaction (LR-PCR) coupled with
Spel restriction endonuclease digestion. The primers used to screen
the c-TAP2M7OAHITOA e were obtained from Invitrogen and
their sequence was 5 CGAAAAAGATGCCCATCTACTC
AG-3' and 5-TATCCCTAAAATGTCATCCAATAAATAA-
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CAG-3'. The clone that had correctly integrated the targeting
construct at the c-IAP2 locus was injected into blastocytes to generate
chimeric mice. F; offspring of the chimeric mice were backcrossed
6 additional times to the C57BL/6 (B6) background and then
c-IAP2Y ™74 \were interbred to obtain c-IAP2T70AT70A ice B
mice bred in the CRC Vivarium (NIH) were used as controls for all
experiments.

Ethics Statement
All animal experimental procedures were approved by the
Animal Care and Use Committee of the National Cancer Institute.

LR-PCR and Real-Time PCR

The fragment spanning the recombination arm containing c-
TAP2™7%4 \yas amplified from tail DNA using buffer 3 from the
Expand Long Template PCR System (Roche) and the c-IAP2
locus 5" and c-IAP2 locus 3’ primers, digested with Spel, and
resolved by agarose gel electrophoresis. Total RNA was isolated
from purified B cells using the Utraspec RINA isolation reagent
(Biotecx laboratory) and reverse transcribed using Superscript II
Reverse Transcriptase kit (Invitrogen) following the manufactur-
ers’ protocol. The amount of ferritin heavy chain, IxB, c-IAP2,
GADD45p, Bcl-2, and hypoxanthine phosphoribosyltransferase
(HPRT) mRNA was quantified using the respective primers,
SYBR Green PCR Master Mix (Applied Biosystems), and the
7500 Real Time PCR System (Applied Biosystems). The values
were normalized to HPRT and the percent increase relative to
wild type was calculated by dividing the c-IAP2 knockin values by
the wild type values.

Cell Preparation, Surface Staining, and Purification

Bone marrow, thymus, spleen, lymph nodes (superficial cervical,
axillary, brachial, inguinal, and mesenteric) and GALT were
harvested from wild type and ¢-IAP2P70AFS70A njce - disrupted
by teasing, and total cell suspensions made by gently mashing the
debris through 40 uM nylon mesh (BD Biosciences). The cells
were counted and the distribution of lymphoid populations in each
organ was determined by cell surface staining and flow cytometry.
B and T cells were purified from spleen and lymph nodes from
wild type and c-TAPQHI70AZHSTOA e using B and T cell
enrichment kits following the manufacturer’s protocol. The purity
was determined by cell surface staining and flow cytometry, and
for all experiments, greater than 90%. In some experiments B cells
and splenocytes were cultured in RPMI supplemented with 10%
fetal calf serum, 100 U/ml penicillin, 100 pg/ml streptomycin,
2 mM L-glutamine, and 50 uM-B-mercaptoethanol. MEFs were
prepared from day 13.5 embryos as described [66] and maintained
in Dulbecco’s Modified Eagle’s medium supplemented with 10%
fetal calf serum, 100 U/ml penicillin, 100 pg/ml streptomycin,
2 mM L-glutamine, and 50 uM-B-mercaptoethanol.

Cell Death and Proliferation

For quantifying cell death, splenocytes (7.5x10> cells/ml) were
incubated in vitro, stained with fluorescently labeled anti-B220/
CD45R and anti-TCRp, and incubated with 7-amino-actinomy-
cin D (7AAD; 1 pg/ml). Uptake of 7AAD by dying B (B220+) and
T (TCRP+) cells was quantified by flow cytometry. The
percentage of viable cells was calculated by dividing
B220"7AAD™ or TCRB*7AAD™ by the total B220" or TCRB*
cells at each time point. For BAFF- and anti-CD40-induced
survival, purified B cells were incubated at (7.5x10° cells/ml) with
the indicated concentrations of BAFF or agonistic anti-CD40
(100 ng/ml) for 66 h, stained with fluorescently labeled anti-B220
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and 7AAD, and analyzed by flow cytometry. To assess
proliferation, purified B cells (2.5x10° cells/ml) were stimulated
with anti-p F(ab")y (Jackson ImmunoResearch Laboratories, Inc.)
or LPS (Sigma), and during the final 18 h of the 66 h period, DNA
synthesis was measured by adding 1 uCi *H-thymidine to the
culture. The cells were then harvested and lysed, and the DNA
was transferred to a filtermat. The amount of incorporated *H-
thymidine was quantified using a scintillation counter.

Immunoblotting and Transient Transfections

B cells, T cells, and MEFs were lysed in a buffer containing
20 mM Tris pH 7.5, 150 mM NaCl, 1% Triton X-100, 1 mM
EDTA, 30 mM NaF, 2 mM sodium pyrophosphate supplemented
with Complete (Roche) protease inhibitor cocktail, and the
detergent-soluble lysate was collected after centrifugation. Lysates
were normalized to protein concentration, denatured in sample
buffer (50 mM Tris pH 6.8, 10% glycerol, 2% SDS, 2% B-
mercaptoethanol, and 0.04% bromophenol blue), resolved by
SDS-PAGE, and immunoblotted with the appropriate antibodies.
For knockdown studies, 3.0 x10° MEFs were plated in 60 mm cell
culture dishes and 16 h later transfected with 30 nM of Universal
Lo GC content non-targeting or c-IAP2 Stealth iRNA siRNA
using Lipofectamine RNAIMAX (Invitrogen) following the
manufacturer’s protocol. After 24 h the cells were washed twice
with phosphate-buffered saline (PBS) and lysed. For ectopic
expression studies, 293T cells were transfected with the indicated
plasmids using Lipofectamine 2000 (Invitrogen) following the
manufacturer’s protocol. Twenty-four hours later the cells were
harvested, washed with PBS, counted, and lysed in sample buffer.

In Vitro Protein Binding

Glutathione S-transferase (GST)-tagged proteins were expressed
in DH5a. cells with 0.05 mM isopropyl-B-thiogalactopyranoside at
16°C for 20 h and lysed in 20 mM HEPES pH 7.5, 100 mM
NaCl, 1.5 mM MgCly, 1% Triton X-100. The recombinant
proteins were purified from clarified lysates using glutathione
Sepharose 4B beads (Amersham Biosciences). The beads were
washed extensively and incubated with **S-labeled TRAF2 that
had been translated in vitro using the TNT Quick Coupled
Transcription/Translation System (Promega) for 3 h at 4°C in
binding buffer containing 120 mM NaCl, 10% glycerol, 1%
Triton X-100, and 50 mM Tris pH 7.5. The bead-bound
complexes were washed with the binding buffer, eluted with
sample buffer, and resolved by SDS-PAGE.

Adoptive Transfers

Equal number of splenic B cells purified from wild type
(CD45.1%) and -IAP2M70YH70A (0D45.9%) knockin mice were
mixed and 107 cells were injected into the tail veins of RAG2-
deficient (CD45.2") mice. Forty-five days later the percentage of
wild type and c-TAPQHO7OAHSTOA B (el in the spleens and lymph
nodes was determined by staining cell suspensions with B220,
CD45.1, and CD45.2 and analyzed by flow cytometry. The ratio
was generated by dividing the percentage of c-IAP2™?70A/H5704 g
cells by the percentage of wild type B cells.

Histology and Serum Immunoglobulin Titers

Mice were euthanized using COy inhalation and necropsies
were performed. A comprehensive set of organs and tissues were
collected and fixed in 10% neutral buffered formalin. Tissues were
paraffin-embedded, sectioned at 5 um, and stained with hema-
toxylin and eosin. For lymphocytes, slides were stained with biotin-
conjugated anti-B220/CD45R or anti-CD3. The antigens were
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retrieved by microwaving in EDTA (B220) or citrate buffer (CD3).
Detection of B220 was performed using the avidin-biotinylated
enzyme complex (Vector Laboratories) with 3,3’-diaminobenzi-
dine (Sigma) as chromagen. Detection of CD3 was accomplished
using the Rabbit Elite kit (Vector Laboratories) using 3,3'-
diaminobenzidine as chromagen. Slides were counterstained with
hematoxylin. Stained sections were evaluated by a boarded
veterinary pathologist. Serum immunoglobulin isotypes were
quantified by ELISA following the manufacturer’s protocol.
p values were calculated using GraphPad Prism and a two-tailed
t test.

Supporting Information

Figure S1 Absence of c-IAP2 E3-activity activates the
non-canonical NF-kB signaling pathway.
Found at: doi:10.1371/journal.pbio.1000518.5001 (0.27 MB TIF)

Figure S2 Targeting

H570A/H570A __ .
c-IAP2 mice.

Found at: doi:10.1371/journal.pbio.1000518.s002 (0.19 MB TTF)
Figure S3 c-IAP2/MALT1 fusion protein lacks E3
activity.

Found at: doi:10.1371/journal.pbio.1000518.s003 (0.16 MB TTF)

strategy for generating the

Figure S$4 Lymphoid development and homeostasis in
7-12-wk-old c-IAP2"?7*A/H3704 myjce,
Found at: doi:10.1371/journal.pbio.1000518.s004 (0.60 MB TIF)

Figure S5 T cell hyperplasia in GALT of wild type and
c-IAP2HS70A/H570A & .

References

1. Srinivasula SM, Ashwell JD (2008) IAPs: what’s in a name? Mol Cell 30:
123-135.

2. Eckelman BP, Salvesen GS (2006) The human anti-apoptotic proteins cIAP1
and cIAP2 bind but do not inhibit caspases. J Biol Chem S 281: 3254-3260.

3. Rothe M, Pan MG, Henzel WJ, Ayres TM, Goeddel DV (1995) The TNFR2-
TRAF signaling complex contains two novel proteins related to baculoviral
inhibitor of apoptosis proteins. Cell 83: 1243-1252.

4. Li X, Yang Y, Ashwell JD (2002) TNF-RII and c-IAP1 mediate ubiquitination
and degradation of TRAF2. Nature 416: 345-347.

5. Wu CJ, Conze DB, Li X, Ying SX, Hanover JA, et al. (2005) TNF-alpha
induced c-IAP1/TRAF2 complex translocation to a Ubc6-containing compart-
ment and TRAF2 ubiquitination. EMBO J 24: 1886-1898.

6. Zhao Y, Conze DB, Hanover JA, Ashwell JD (2007) Tumor necrosis factor
receptor 2 signaling induces selective c-IAP1-dependent ASK1 ubiquitination
and terminates mitogen-activated protein kinase signaling. J Biol Chem 282:
7777-7782.

7. Hacker H, Karin M (2006) Regulation and function of IKK and IKK-related
kinases. Sci STKE 2006: rel3.

8. Hayden MS, Ghosh S (2008) Shared principles in NF-kappaB signaling. Cell
132: 344-362.

9. Muller JR, Siebenlist U (2003) Lymphotoxin beta receptor induces sequential
activation of distinct NF-kappa B factors via separate signaling pathways. J Biol
Chem 278: 12006-12012.

. Coope HJ, Atkinson PG, Huhse B, Belich M, Janzen J, et al. (2002) CD40
regulates the processing of NF-kappaB2 p100 to p52. EMBO J 21: 5375-5385.

11. Dobrzanski P, Ryseck RP, Bravo R (1994) Differential interactions of Rel-NF-
kappa B complexes with I kappa B alpha determine pools of constitutive and
inducible NF-kappa B activity. EMBO J 13: 4608-4616.

. Xiao G, Harhaj EW, Sun SC (2001) NF-kappaB-inducing kinase regulates the
processing of NF-kappaB2 p100. Mol Cell 7: 401-409.

. Yin L, Wu L, Wesche H, Arthur CD, White JM, et al. (2001) Defective
lymphotoxin-beta receptor-induced NF-kappaB transcriptional activity in NIK-
deficient mice. Science 291: 2162-2165.

. Senftleben U, Cao Y, Xiao G, Greten FR, Krahn G, et al. (2001) Activation by
IKKalpha of a second, evolutionary conserved, NF-kappa B signaling pathway.
Science 293: 1495-1499.

15. Chu ZL, McKinsey TA, Liu L, Gentry JJ, Malim MH, et al. (1997) Suppression
of tumor necrosis factor-induced cell death by inhibitor of apoptosis c-IAP2 is
under NF-kappaB control. Proc Natl Acad Sci U S A 94: 10057-10062.

. Hu S, Alcivar A, Qu L, Tang J, Yang X (2006) CIAP2 inhibits antigen receptor
signaling by targeting Bcll0 for degradation. Cell Cycle 5: 1438-1442.

@ PLoS Biology | www.plosbiology.org

12

B Cell Abnormalities in c-IAP2 E3-Defective Mice

Found at: doi:10.1371/journal.pbio.1000518.5005 (4.39 MB TTF)

Figure S6 Binding of in vitro translated and metaboli-
cally labeled TRAF2 to glutathione beads bound to
recombinant GST-tagged murine c-IAP2 and c-IAP2"7%4,
Found at: doi:10.1371/journal.pbio.1000518.s006 (0.10 MB

TIF)

Acknowledgments

This work was supported by the Intramural Research Program of the
National Institutes of Health, Center for Cancer Research, National
Cancer Institute. We thank Vikash Mishra for helping design the
c-IAP2™7% targeting construct, Bei Dong for mutagenesis and sequenc-
ing, Eileen Southon and Lino Tessarollo of the NCI-Frederick Gene
Targeting facility for expert help in generating the c-IAP2*™7%4 mice,
and Ehydel Castro for animal husbandry. We are also grateful to Herman
Chung and Robert Korneluk for supplying the anti-c-IAP antiserum,
Diana Haines and other personnel from the Pathology/Histotechnology
Laboratory (SAIC, NCI-Frederick) for the necropsy and histopathology of
the c-TAP2™P70AMS70A e Rachel Ettinger (NIAMSD), Srinivasa
Srinivasula (NCI) and Herbert Morse (NIAID, NIH) for helpful discussions
and critical reading of the manuscript, and Peter Mercado and Rocio
Aguado Alvarez for preliminary work phenotyping the c-IAP2H?704/H5704
mice.

Author Contributions

The author(s) have made the following declarations about their
contributions: Conceived and designed the experiments: DBC. Performed
the experiments: DBC YZ. Analyzed the data: DBC. Wrote the paper:
DBC JDA.

. Hu S, Du MQ, Park SM, Alcivar A, Qu L, et al. (2006) cIAP2 is a ubiquitin
protein ligase for BCLIO and is dysregulated in mucosa-associated lymphoid
tissue lymphomas. J Clin Invest S 116: 174-181.

. Varfolomeev E, Blankenship JW, Wayson SM, Fedorova AV, Kayagaki N, et al.
(2007) IAP antagonists induce autoubiquitination of c-IAPs, NF-kappaB
activation, and TNFalpha-dependent apoptosis. Cell 131: 669-681.

. Tang ED, Wang CY, Xiong Y, Guan KL (2003) A role for NF-kappaB essential
modifier/IkappaB kinase-gamma (NEMO/IKKgamma) ubiquitination in the
activation of the IkappaB kinase complex by tumor necrosis factor-alpha. J Biol
Chem 278: 37297-37305.

. Mahoney DJ, Cheung HH, Mrad RL, Plenchette S, Simard C, et al. (2008) Both
cIAP1 and cIAP2 regulate TNFalpha-mediated NF-kappaB activation. Proc
Natl Acad Sci U S A 105: 11778-11783.

. Conze DB, Albert L, Ferrick DA, Goeddel DV, Yeh WC, et al. (2005)

Posttranscriptional downregulation of ¢-IAP2 by the ubiquitin protein ligase

c-IAP1 in vivo. Mol Cell Biol 25: 3348-3356.

Conte D, Holcik M, Lefebvre CA, Lacasse E, Picketts DJ, et al. (2006) Inhibitor

of apoptosis protein cIAP2 is essential for lipopolysaccharide-induced macro-

phage survival. Mol Cell Biol 26: 699-708.

Varfolomeev E, Goncharov T, Fedorova AV, Dynek JN, Zobel K, et al. (2008)

c-IAP1 and c-IAP2 are critical mediators of tumor necrosis factor alpha

(TNFalpha)-induced NF-kappaB activation. J Biol Chem 283: 24295-24299.

Vince JE, Chau D, Callus B, Wong WW, Hawkins CJ, et al. (2008) TWEAK-

FN14 signaling induces lysosomal degradation of a cIAP1-TRAF2 complex to

sensitize tumor cells to TNFalpha. J Cell Biol 182: 171-184.

. Vince JE, Wong WW, Khan N, Feltham R, Chau D, et al. (2007) IAP antagonists

target cIAP1 to induce TNFalpha-dependent apoptosis. Cell 131: 682-693.

Zarnegar BJ, Wang Y, Mahoney DJ, Dempsey PW, Cheung HH, et al. (2008)

Noncanonical NF-kappaB activation requires coordinated assembly of a

regulatory complex of the adaptors cIAP1, cIAP2, TRAF2 and TRAF3 and

the kinase NIK. Nat Immunol 9: 1371-1378.

Vallabhapurapu S, Matsuzawa A, Zhang W, Tseng PH, Keats JJ, et al. (2008)

Nonredundant and complementary functions of TRAF2 and TRAF3 in a

ubiquitination cascade that activates NIK-dependent alternative NF-kappaB

signaling. Nat Immunol 9: 1364-1370.

Keats JJ, Fonseca R, Chesi M, Schop R, Baker A, et al. (2007) Promiscuous

mutations activate the noncanonical NF-kappaB pathway in multiple myeloma.

Cancer Cell 12: 131-144.

. Annunziata CM, Davis RE, Demchenko Y, Bellamy W, Gabrea A, et al. (2007)
Frequent engagement of the classical and alternative NF-kappaB pathways by
diverse genetic abnormalities in multiple myeloma. Cancer Cell 12: 115-130.

22.

23.

24.

26.

27.

28.

October 2010 | Volume 8 | Issue 10 | 1000518



30.

31.

32.

33.

34.

36.

37.

38.

39.

40.

41.

43.

44,

46.

47.

He JQ, Zarnegar B, Oganesyan G, Saha SK, Yamazaki S, et al. (2006) Rescue
of TRAF3-null mice by pl00 NF-kappa B deficiency. J Exp Med 203:
2413-2418.

Grech AP, Amesbury M, Chan T, Gardam S, Basten A, et al. (2004) TRAF2
differentially regulates the canonical and noncanonical pathways of NF-kappaB
activation in mature B cells. Immunity 21: 629-642.

Xie P, Stunz LL, Larison KD, Yang B, Bishop GA (2007) Tumor necrosis factor
receptor-associated factor 3 is a critical regulator of B cell homeostasis in
secondary lymphoid organs. Immunity 27: 253-267.

Gardam S, Sierro F, Basten A, Mackay F, Brink R (2008) TRAF2 and TRAF3
signal adapters act cooperatively to control the maturation and survival signals
delivered to B cells by the BAFF receptor. Immunity 28: 391-401.

Spencer J, Finn T, Pulford KA, Mason DY, Isaacson PG (1985) The human gut
contains a novel population of B lymphocytes which resemble marginal zone
cells. Clin Exp Immunol 62: 607-612.

. Inagaki H (2007) Mucosa-associated lymphoid tissue lymphoma: molecular

pathogenesis and clinicopathological significance. Pathol Int 57: 474-484.
Isaacson PG, Du MQ (2004) MALT lymphoma: from morphology to molecules.
Nat Rev Cancer S 4: 644-653.

Kingeter LM, Schaefer BC (2010) Maltl and cIAP2-Malt] as effectors of NF-
kappaB activation: kissing cousins or distant relatives? Cell Signal 22: 9-22.
Dierlamm J, Baens M, Wlodarska I, Stefanova-Ouzounova M, Hernandez JM,
et al. (1999) The apoptosis inhibitor gene API2 and a novel 18q gene, MLT, are
recurrently rearranged in the t(11;18)(q21;q21) associated with mucosa-
associated lymphoid tissue lymphomas. Blood 93: 3601-3609.

Murga Penas EM, Hinz K, Roser K, Copie-Bergman C, Wlodarska I, et al.
(2003) Translocations t(11;18)(q21;q21) and t(14;18)(q32;q21) are the main
chromosomal abnormalities involving MLT/MALT1 in MALT lymphomas.
Leukemia 17: 2225-2229.

Ye H, Liu H, Attygalle A, Wotherspoon AC, Nicholson AG, et al. (2003)
Variable frequencies of t(11;18)(q21;q21) in MALT lymphomas of different sites:
significant association with CagA strains of H pylori in gastric MALT
lymphoma. Blood 102: 1012-1018.

Uren AG, O’Rourke K, Aravind LA, Pisabarro MT, Seshagiri S, et al. (2000)
Identification of paracaspases and metacaspases: two ancient families of caspase-
like proteins, one of which plays a key role in MALT lymphoma. Mol Cell 6:
961-967.

. Baens M, Fevery S, Sagaert X, Noels H, Hagens S, et al. (2006) Selective

expansion of marginal zone B cells in Emicro-API2-MALT1 mice is linked to
enhanced IkappaB kinase gamma polyubiquitination. Cancer Res S 66:
5270-5277.

Ho L, Davis RE, Conne B, Chappuis R, Berczy M, et al. (2005) MALT1 and the
API2-MALT1 fusion act between CD40 and IKK and confer NF-kappa B-
dependent proliferative advantage and resistance against FAS-induced cell death
in B cells. Blood 105: 2891-2899.

Noels H, van Loo G, Hagens S, Broeckx V, Beyaert R, et al. (2007) A novel
TRAF6 binding site in MALT1 defines distinct mechanisms of NF-kappaB
activation by API2middle dotMALT' fusions. J Biol Chem 282: 10180-10189.

. Gyrd-Hansen M, Darding M, Miasari M, Santoro MM, Zender L, et al. (2008)

IAPs contain an evolutionarily conserved ubiquitin-binding domain that
regulates NI-kappaB as well as cell survival and oncogenesis. Nat Cell Biol
10: 1309-1317.

Zhou H, Du MQ), Dixit VM (2005) Constitutive NF-kappaB activation by the
t(11;18)(q21;q21) product in MALT lymphoma is linked to deregulated ubiquitin
ligase activity. Cancer Cell 7: 425-431.

Coornaert B, Baens M, Heyninck K, Bekaert T, Haegman M, et al. (2008) T cell
antigen receptor stimulation induces MALT1 paracaspase-mediated cleavage of
the NF-kappaB inhibitor A20. Nat Immunol 9: 263-271.

@ PLoS Biology | www.plosbiology.org

13

48.

49.

51.

52.

54.

56.

57.

58.

59.

60.

61.

62.

63.

64.

66.

B Cell Abnormalities in c-IAP2 E3-Defective Mice

Yang Y, Fang S, Jensen JP, Weissman AM, Ashwell JD (2000) Ubiquitin protein
ligase activity of IAPs and their degradation in proteasomes in response to
apoptotic stimuli. Science 288: 874-877.
Csomos RA, Brady GF, Duckett CS (2009) Enhanced cytoprotective effects of
the inhibitor of apoptosis protein cellular IAP1 through stabilization with
TRAF2. J Biol Chem 284: 20531-20539.

. Holcik M, Lefebvre CA, Hicks K, Korneluk RG (2002) Cloning and

characterization of the rat homologues of the Inhibitor of Apoptosis protein 1,
2, and 3 genes. BMC Genomics 3: 5.

Izumiyama K, Nakagawa M, Yonezumi M, Kasugai Y, Suzuki R, et al. (2003)
Stability and subcellular localization of API2-MALT1 chimeric protein involved
in t(11;18) (q21;q21) MALT lymphoma. Oncogene S 22: 8085-8092.

Martin F, Kearney JF (2002) Marginal-zone B cells. Nat Rev Immunol 2:
323-335.

. Lucas PC, Yonezumi M, Inohara N, McAllister-Lucas LM, Abazeed ME, et al.

(2001) Bel10 and MALT', independent targets of chromosomal translocation in
malt lymphoma, cooperate in a novel NF-kappa B signaling pathway. J Biol
Chem S 276: 19012-19019.

Garrison JB, Samuel T, Reed JC (2009) TRAF2-binding BIRI domain of
c-IAP2/MALT1 fusion protein is essential for activation of NF-kappaB.
Oncogene 28: 1584-1593.

. De Smaele E, Zazzeroni F, Papa S, Nguyen DU, Jin R, et al. (2001) Induction of

gadd45beta by NF-kappaB downregulates pro-apoptotic JNK signalling. Nature
414: 308-313.

de Martin R, Vanhove B, Cheng Q, Hofer E, Csizmadia V, et al. (1993)
Cytokine-inducible expression in endothelial cells of an I kappa B alpha-like
gene is regulated by NF kappa B. EMBO J 12: 2773-2779.

Kwak EL, Larochelle DA, Beaumont C, Torti SV, Torti FM (1995) Role for
NF-kappa B in the regulation of ferritin H by tumor necrosis factor-alpha. J Biol
Chem 270: 15285-15293.

Grossmann M, O’Reilly LA, Gugasyan R, Strasser A, Adams JM, et al. (2000)
The anti-apoptotic activities of Rel and RelA required during B-cell maturation
involve the regulation of Bcl-2 expression. EMBO J 19: 6351-6360.

Sasaki Y, Calado DP, Derudder E, Zhang B, Shimizu Y, et al. (2008) NIK
overexpression amplifies, whereas ablation of its TRAF3-binding domain
replaces BAFF:BAFF-R-mediated survival signals in B cells. Proc Natl Acad
Sci U S A 105: 10883-10888.

Zheng C, Kabaleeswaran V, Wang Y, Cheng G, Wu H (2010) Crystal structures
of the TRAF2: cIAP2 and the TRAF1: TRAF2: cIAP2 complexes: affinity,
specificity, and regulation. Mol Cell 38: 101-113.

Mackay F, Woodcock SA, Lawton P, Ambrose C, Baetscher M, et al. (1999)
Mice transgenic for BAFF develop lymphocytic disorders along with autoim-
mune manifestations. J Exp Med 190: 1697-1710.

Stoffel A, Chaurushiya M, Singh B, Levine AJ (2004) Activation of NF-kappaB
and inhibition of p53-mediated apoptosis by API2/mucosa-associated lymphoid
tissue 1 fusions promote oncogenesis. Proc Natl Acad Sci U S A 101: 9079-9084.
Li Z, Wang H, Xue L, Shin DM, Roopenian D, et al. (2009) Emu-BCL10 mice
exhibit constitutive activation of both canonical and noncanonical NF-kappaB
pathways generating marginal zone (MZ) B-cell expansion as a precursor to
splenic MZ lymphoma. Blood 114: 4158-4168.

Zhu G, Wu CJ, Zhao Y, Ashwell JD (2007) Optineurin negatively regulates
TNFalpha- induced NF-kappaB activation by competing with NEMO for
ubiquitinated RIP. Curr Biol 17: 1438-1443.

5. Mittelstadt PR, Ashwell JD (2003) Disruption of glucocorticoid receptor exon 2

yields a ligand-responsive C-terminal fragment that regulates gene expression.
Mol Endocrinol 17: 1534-1542.

Abbondanzo SJ, Gadi I, Stewart CL (1993) Derivation of embryonic stem cell
lines. Methods Enzymol 225: 803-823.

October 2010 | Volume 8 | Issue 10 | 1000518




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


