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Abstract Host protection against fungi depends on intact
innate and adaptive immune responses. Consistently, fungal
infections can cause systemic life-threatening diseases in
immunocomprimised individuals, suffering e.g. from can-
cer or AIDS. Recent work has uncovered essential roles for
the spleen tyrosine kinase (SYK) and the cytosolic NLRP3
inflammasome for Interleukin-133 (IL-13) production in
innate antifungal immunity. Upon fungal infection, SYK is
activated by several C-type lectin pattern recognition
receptors on myeloid cells. Subsequently, SYK signals for
the production of reactive oxygen species and for gene
transcription to induce pro-inflammatory factors, including
pro-IL-13 to initiate antifungal responses. Mature IL-1f3
production additionally requires cleavage of the pro-IL-1f3
precursor protein by the inflammatory caspase-1 which is
controlled within the NLRP3 inflammasome. Here, we
discuss how SYK signaling cooperates with the NLRP3
inflammasome for IL-1f3 production in antifungal immunity.
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Introduction

Infections with yeast (e.g., Candida spp.) or filamentous
fungi (e.g., Aspergillus) can lead to life-threatening diseases
including severe pneumonia or disseminated disease in
patients with innate or acquired immune dysfunctions
associated with cancer or AIDS [1-3]. Candida spp. can also
cause severe mucocutaneous infections, thrush, and onycho-
mycosis in susceptible hosts such as patients with diabetes
mellitus, autoimmune polyendocrinopathy—candidiasis—
ectodermal dystrophy or Job’s (hyper-IgE) syndrome [3, 4].
Thus, the understanding of the immune response to fungi is
critical for the development of future strategies to treat or
prevent fungal infections.

Significant progress has recently been made in deciphering
how the innate immune system senses fungi and how this
sensing triggers antifungal defenses. In general, the innate
immune system depends on germline encoded pattern
recognition receptors (PRRs) that bind conserved molecular
patterns on pathogens (pathogen-associated molecular pat-
terns (PAMPs)). These PRRs include the transmembrane Toll-
like receptors (TLRs) [5] and C-type lectin receptors (CLRs)
[6] as well as intracellular sensors such as members of the
NOD-like receptor (NLR) family [7], RIG-I like helicases
[5], and others. Particularly, CLRs are important for fungal
detection [8—10]. Several CLRs engage the spleen tyrosine
kinase SYK for signal transduction which is a key enzyme
for antifungal immunity. Fungal PAMP recognition by CLRs
triggers phagocytosis, the generation of reactive oxygen
species (ROS), and via de novo gene transcription the
production of cytokines and chemokines that orchestrate the
immune response against the pathogen. CLRs can also
cooperate with TLRs (like TLR2) for cytokine induction [11].

Earlier experiments have demonstrated that the highly
active pro-inflammatory cytokine IL-13 plays an essential
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role in antifungal immunity [12]. The production of IL-1(3
is controlled by transcriptional and posttranscriptional
signals. NF-kB-mediated gene transcription is essential
for the synthesis of the IL-1f3 precursor pro-IL-1f3 (signal 1).
In addition, a second stimulus (signal 2) triggers proteolytic
processing of pro-IL-13 into mature bioactive IL-13 by
caspase-1 containing intracellular signaling complexes
termed inflammasomes [7, 13]. Work over the last year
has revealed an important role for the NLRP3 inflamma-
some in IL-13 generation upon fungal infection and
subsequent host defense. Here, we discuss how SYK
tyrosine kinase signaling and NLRP3 cooperate for IL-1§3
production and antifungal immunity.

SYK signaling upon fungal recognition

Several SYK coupled transmembrane CLRs operate as
fungal PRRs [7, 13]. Best characterized among these is
Dectin-1 [6], which is expressed on monocytes, myeloid
dendritic cells (myeloid DCs), and B cells [6, 14]. Dectin-1
contains a ligand binding ectodomain and an intracellular
signaling tail with an atypical immunoreceptor tyrosine-
based activation motif (ITAM) with a single YxxL motif.

Dectin-1 recognizes (3-glucans which are present in the cell
wall of Candida albicans, Pneumocystis carinii, Aspergillus
fumigatus, and other fungi [14]. Upon ligand binding, the
cytoplasmic signaling domains of Dectin-1 are phosphory-
lated by SRC tyrosine kinases. These events lead to a
recruitment and activation of the kinase SYK, eventually
resulting in cell activation. Studies with SYK-deficient cells
have established a key function of SYK in the generation of
ROS upon Dectin-1 signaling [15]. Via SYK, Dectin-1
activates several transcription factors including NF—«kB for
the production of cytokines like TNF-¢, IL-6, IL-2, IL-10,
and also of pro-IL-13 [16—18]. Essential for Dectin-1/SYK-
mediated cytokine production via NF-kB is the caspase
recruitment domain containing adapter protein CARDO.
CARD?Y in turn cooperates with the adapter BCL10 to
assemble a complex that induces the activation of the
canonical IkB kinase-dependent NF-kB pathway in a cell-
type-specific manner [16, 19, 20] (Fig. 1). In addition,
CARD9 and BCL10 are also required for NF-«B activation
downstream of other ITAM-associated myeloid cell receptors
[21, 22]. Dectin-1 can also activate the NF—kB pathway via
the kinase RAF1 in a SYK-independent manner [23]. It is
possible that the SYK- and RAF-1-dependent pathways
complement each other in Dectin-1-induced activation of
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Fig. 1 ITAM receptors and CARD9 signaling. Recognition of fungi
by DC-associated C-type lectin 1 (Dectin-1) induces phosphorylation
of the intracellular signaling tail with an atypical immunoreceptor
tyrosine-based activation motif (ITAM, Y), and subsequently, SYK is
recruited. Dectin-2 or Mincle and potentially other CLRs pair with
ITAM containing adaptor proteins to recruit SYK for further signal
propagation. Via so far unknown mechanisms, a complex is formed
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containing caspase recruitment domain family member 9 (CARD9)
and B-cell lymphoma 10 (BCLI10). This results in activation of
NF-kB, which then induces the transcription of pro-inflammatory
cytokines such as IL-6, TNF-«, or pro-IL-13. In addition, Dectin-1
can activate the NF-kB pathway via the kinase RAF-1 in a SYK-
independent manner. For details, see text
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NF—kB, but the contribution of RAF-1 in NF—kB activation
by fungi needs to be further investigated for example with
the use of gene-deficient mice.

The essential roles of Dectin-1 and CARD9 in antifungal
immunity have been demonstrated in knockout mice [16, 24].
Deletion of Dectin-1 results in increased susceptibility to
systemic infection with C. albicans due to impaired
inflammatory responses in macrophages and reduced fungal
killing by neutrophils [11, 24]. Likewise, CARD9-deficient
mice are also highly susceptible to C. albicans infection due
to impaired pro-inflammatory responses [16]. Subsequent
human genetic studies have described loss of function
mutations in Dectin-1 or CARD9 in families that suffer
from chronic mucocutaneous candidiasis [25, 26]. Muta-
tions consist of either an early-stop-codon mutation
(Tyr238X) in Dectin-1 or a premature termination codon
(Q295X) in CARD9Y. Together, the human and mouse
genetic data revealed that the Dectin-1/Syk/CARD9 path-
way is an innate signaling pathway that is important for
antifungal responses. Importantly, triggering of this pathway
in DCs can activate adaptive immunity and induce strong
Th17 immune responses which are vital for antifungal
defense [18].

Dectin-2 is another SYK-coupled CLR that controls
antifungal immunity. Dectin-2 is expressed on myeloid
DCs, plasmacytoid DCs, monocytes, macrophages, B cells,
and neutrophils [14]. The extracellular CTL domain can
bind to C. albicans, Saccharomyces cerevisia, Cryptococcus
neoformans, and other fungi. It has specificity for high-
mannose structures [27]. In contrast to Dectin-1, Dectin-2
does not contain an intracellular signaling tail but rather
associates with the ITAM-containing adaptor molecules Fc
receptor y-chain (FcRy) [8, 28] to initiate cell activation.
Ligand-binding to Dectin-2 (for instance, upon C. albicans
recognition) triggers phosphorylation of the FcRy ITAM,
recruitment of SYK, and engagement of CARD9 for pro-
inflammatory responses [8]. Similar to Dectin-1 ligation,
activation of SYK/CARD? signaling via Dectin-2 activates
Th-17 Bitte hier einen space einfiigen T cell responses [8].

Mincle is a third myeloid CLR that is able to recognize
C. albicans and other fungi and induces inflammatory
signals [10]. Mincle is expressed on myeloid DCs, mono-
cytes, and macrophages [14]. It detects o-mannosyl
expressed by pathogenic fungi like Malassezia spp. as well
as glycolipids (trehalose-6,6'-dimycolat) present in the cell
wall of mycobacteria (such as M. tuberculosis) and couples
to the ITAM containing FcRy chain, thereby activating
SYK [29, 30]. Thus, Mincle may be able to recognize
unique fungal and bacterial structures such as glycolipids to
initiate antibacterial and antifungal immunity. Mincle can in
addition detect endogenous host ligands like SAP130
(SIN3 A-associated protein, 130 kDa), thereby sensing dead
cells [31]. Although the precise signaling events downstream

of Mincle after fungal infection are not defined, it has been
demonstrated that Mincle engages the CARD9 pathway
upon SAP130 stimulation [11, 31], and it is well conceivable
that Mincle also activates the Syk/CARD9 module upon
fungal infection. The fact that Dectin-1-deficient cells can
still produce substantial amounts of cytokines upon stimu-
lation with whole fungi indicate receptor redundancy [18],
and recently, the scavenger receptors SCARF1 and CD36
were also shown to recognize 3-glucans [32]. Yet, both SYK
and CARD?9 fulfill non-redundant roles in the activation of
pro-inflammatory responses, including synthesis of pro-IL-
13 [17]. Thus, the SYK/CARD9 axis is a key element for
conveying the first signal of fungus-induced IL-1{3 produc-
tion. In addition, SYK kinase activity is also required for
inflammasome activation and pro-IL-1f cleavage (signal 2)
upon fungal infection [17].

Fungi trigger the NLRP3 inflammasome

The term inflammasome refers to intracellular multi-protein
complexes that control activation of inflammatory caspases
such as caspase-1. Several distinct types of inflammasomes
have been discovered that contain specific danger sensors
which directly or indirectly couple to pro-caspase-1 to
trigger caspase-1 activation [7, 33]. For example, the
NLRP1 (also known as NALP1 or DEFCAP) inflamma-
some mediates IL-1{3 secretion in response to anthrax lethal
toxin [34], while NLRC4 (also known as CARDI12 or
IPAF) activates caspase-1 upon cytosolic delivery of
bacterial flagellin, a component of certain Gram-negative
bacteria [35]. Another type of inflammasome is the AIM2
inflammasome [36-39]. AIM2 is a cytoplasmic DNA
receptor that activates caspase-1 upon DNA virus infection.
Furthermore, the cytosolic RNA helicase RIG-I also
triggers caspase-1-dependent inflammasome activation in
response to certain RNA viruses [40].

Several studies over the last year have reported that the
NLRP3 inflammasome is the essential plattform for
caspase-1 activation in response to fungal recognition [17,
41, 42]. Yet, the NLRP3 inflammasome is not specific for
fungi. NLRP3 can be activated by multiple distinct
exogenous and endogenous triggers which also include
crystals (uric acid, silica, and asbestos [43—-45]), bacteria
(Staphylococcus aureus, Neiseria meningitides [46]), bac-
terial pore forming toxins [47], certain DNA (adenovirus)
[48], RNA viruses (influenza virus) [49-51], vaccine
adjuvants (alum) [52], and fibrillar amyloid-f3 [53]. At the
molecular level, it is still unclear how all these distinct
stimuli activate NLRP3.

The NLRP3 protein is composed of a C-terminal region
with a series of leucin rich repeats (LRRs), a central
nucleotide domain termed the NACHT domain (also
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referred to as NOD domain), and an N-terminal effector
domain (a pyrin domain (PYD)) [7] (Fig. 2). Upon
stimulation, NLRP3 presumably undergoes a conforma-
tional change to initiate complex formation. The leucine-
rich repeats of NLRP3 are supposed to sense putative
ligands, thereby leading to the self-oligomerization of the
NACHT domain [54] and subsequent inflammasome
assembly. For caspase-1 activation, NLRP3 utilizes the
adapter protein ASC which contains an N-terminal PYD
and a C-terminal CARD domain [7]. Following oligomeri-
zation of the NACHT domains, the PYD of NLRP3 is then
exposed and forms homotypic interactions with the PYD of
ASC. Subsequently, the CARD domain within ASC binds
to and recruits caspase-1 via CARD-CARD interaction to
finally form the active NLRP3 inflammasome [13] (Fig. 2).

As indicated above, the NLRP3 inflammasome is
indispensable for IL-13 production induced by fungi. This
observation was confirmed in macrophages or DCs from
mice that are deficient for NLRP3, ASC, or caspase-1.
They all have defects in caspase-1 activation or IL-1f3
production upon fungal recognition, although other pro-
inflammatory pathways like TNF-a production are intact
[17]. Fungi appear to specifically activate the NLRP3
inflammasome as cells from mice lacking NLRC4 (IPAF)
produce normal amounts of IL-13 upon C. albicans
infection [17].

It has been known for some time that IL-1f3 is critical for
host defense against disseminated candidiasis [12, 55].
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Fig. 2 NLRP3 inflammasome activation. (A) Domain organization of
NLRP3, ASC, and caspase-1. NLRP3 consists of three protein
domains: the ligand-sensing LRRs, the NACHT domain, and the N-
terminal effector domain, a PYD. ASC contains an N-terminal PYD
and a C-terminal CARD and is essential for NLRP3 inflammasome
formation. Pro-Caspase-1 consists of a CARD domain followed by a
caspase domain containing the catalytic residue cysteine. (B) Various
exogenous and endogenous signals (“SIGNAL”) can activate NLRP3
which presumably undergoes a conformational change to initiate
complex formation. The leucine-rich repeats of NLRP3 are thought to
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Consistently, Nlrp3-deficient mice are highly susceptible to
systemic C. albicans infection [17, 41, 42]. One study
reported a particularly relevant mouse model of sustained
mucosal C. albicans colonization that resembles the clinical
situation in human patients. The authors observed increased
fungal burdens in the tongues and impaired survival of
Nlrp3-deficient mice [41].

The precise molecular details for fungus-induced NLRP3
activation are still not resolved. Yet, several common
mechanisms for NLRP3 activation have been identified in
other settings. The common triggers of NLRP3 activation
include the generation of ROS [43], which may directly be
sensed by NLRP3 or alternatively oxidize a cellular factor
that binds to and indirectly activates NLRP3. In addition,
sub-physiological amounts of intracellular potassium upon
signal-induced potassium efflux are commonly required for
NLRP3 activation [56]. Moreover, the phagocytic uptake of
particles such as amyloid-f3 or silica can result in lysosomal
disruption [44, 53], leading to a release and activation of
the lysosomal protease cathepsin B which in turn activates
NLRP3 [44]. Finally, full activation of the NLRP3
inflammasome often requires a so called “priming” signal
for example through PRRs such as TLRs or NLRs to
initiate NF-kB-dependent transcriptional upregulation of
NLRP3 [57].

Experiments with ROS inhibitors have indicated important
roles for ROS production in C. albicans-induced inflamma-
some activation [17]. Moreover, C. albicans-triggered
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sense putative ligands, thereby leading to the self-oligomerization of
the NACHT domain. This results in homotypic interactions between
the PYD and CARD domains found in the inflammasome-forming
proteins and ultimately leads to autocatalytic cleavage and activation
of caspase-1 and subsequent caspase-1-mediated processing of pro-IL-
1 into biologically active IL-1(3. LRRs leucine-rich repeats; CARD
caspase recruitment domain; PYD pyrin domain; NACHT domain
conserved in NAIP, CIITA, HET-E, and TP1; ASC apoptosis-associated
speck-like protein containing a carboxy-terminal CARD
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NLRP3 activation requires potassium efflux [17]. In contrast,
inhibition of lysosomal acidification in DCs or the use of
Cathepsin B-deficient DCs did not affect C. albicans-
induced IL-13 secretion [17], suggesting that C. albicans-
induced inflammasome activation can be independent of the
lysosomal pathway. In another study, however, the blockage
of Cathepsin B with the inhibitor CA-074-Me strongly
diminished C. albicans-induced IL-13 secretion in macro-
phages [42]. Thus, Cathepsin-B signaling to NLRP3 could
differ among myeloid cell types. Alternatively, CA-074-Me
might have off target effects that influence inflammasome
activation upon fungal infection.

Intriguingly, NLRP3 inflammasome activation by C.
albicans requires in addition to ROS production and
potassium efflux also SYK kinase activity (Fig. 3). SYK-
deficient DCs or cells that were pretreated with a small
molecule SYK kinase inhibitor do not produce IL-13 upon
fungal infection [17, 58]. This failure is not only caused by
defective upregulation of pro-IL1{3, which involves the
SYK/CARDS9 pathway, but also by a failure of caspase-1
activation. Consistently, pre-stimulation of SYK-deficient
cells with LPS to induce pro-IL-13 production did not
rescue the IL-1f3 production defect [17]. In contrast,
CARD9-deficient cells, which also have a defect in C.
albicans-induced IL-1p3 production (due to defective pro-
IL-13 synthesis), show regular C. albicans-induced
caspase-1 activation after pre-stimulation with LPS [17].
Thus, the failure of SYK-deficient cells to activate NLRP3

Fig. 3 C. albicans-induced
inflammasome activation.

C. albicans induces the synthe-
sis of pro-IL-1f3 via SYK- and
CARD9Y-dependent pathways.
C. albicans can also activate the
NLRP3 inflammasome through
a mechanism that involves
SYK-dependent generation of

is not only due to a defect in SYK/CARD9-dependent
NF-kB signaling but also involves defective NLRP3
activation. Likewise, production of bioactive IL-1(3 by
Curdlan (a pure 3-glucan that is used as a model ligand to
study Dectin-1 signaling) requires SYK-mediated synthesis
of proactive and bioactive IL-1{3 [58] further indicating that
SYK controls both pro-IL-13 gene expression as well as
NLRP3 inflammasome activation. Additionally, RAF-1
inhibition abrogates IL-13 mRNA expression in DCs in
response to Curdlan stimulation, suggesting that this
pathway may also play a role in fungi induced IL-1f3
production [23].

As indicated above, SYK signaling upon fungal recog-
nition triggers ROS production [15] and inhibition of SYK
kinase activity reduces ROS synthesis [17]. Moreover, ROS
inhibition blocks C. albicans-induced caspase-1 activation.
Thus, SYK-induced ROS synthesis seems to be a pre-
requisite for C. albicans-induced NLRP3 activation. In
addition, SYK signaling might also be essential for full
transcriptional upregulation of NLRP3 or other factors that
are required for inflammasome activation. In this context, it
is important to note that SYK triggering by itself with
fungal (3-glucan preparations (Zymosan) [9, 18] does not
activate NLRP3 at shorter stimulation time points (e.g., 2—
6 h after stimulation) [42, 58, 59] (and our own unpub-
lished observations). It is also still unclear how much the
Dectin-1/SYK signaling axis contributes to ROS production
and NLRP3 inflammasome activation upon fungal infection

ITAM Receptors

ROS and potassium efflux.
C-type lectin receptors (CLRs)
that recognize fungi are
presumably activating SYK for
pro-IL-1(3 production and
NLRP3 activation. In addition,
still uncharacterized factors (?)
from viable yeast are required to
cooperate with SYK signaling
for NLRP3 activation. For
details, see text
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in vivo. Moreover, only cell treatment with viable but not
with heat-killed or UV-inactivated yeast cells activate
NLRP3 [41, 42], and the transition from the yeast to the
filamentous phase is important for this effect. Thus,
additional still unidentified factors from viable yeast are
required to cooperate with SYK for NLRP3 activation. The
identification of these factors and (associated) signaling
pathways will be an important step in further defining
innate antifungal immunity and NLRP3 biology.

Conclusion

The pro-inflammatory cytokine interleukin-1{3 receives a
lot of biomedical attention [60], because it is not only
essential for host defense but also responsible for fever,
anorexia, tissue damage, and remodeling upon infection.
Moreover, excessive IL-1[3 production is causally associated
with a large variety of NLRP3-dependent inflammatory
diseases that are triggered by either mutated NLRP3 or
NLRP3 activation by environmental or endogenous factors
[60]. Over the last year, we learned that SYK and NLRP3
are key regulators of fungus-induced IL-13 production
[26, 41, 42, 59]. The identification of this cross talk
between SYK and NLRP3 could have broader implications.
Pro-inflammatory crystals such as uric acid particles, which
are responsible for NLRP3-dependent gout [45], activate
SYK by direct lipid membrane binding [61]. Moreover, a
recent study reported SYK-dependent NLRP3 inflamma-
some activation by malarial hemozoin [62]. In addition,
SYK-coupled CLRs are emerging as important activators of
inflammatory responses and can detect exogenous or
endogenous ligands [14]. Thus, it will be interesting to
investigate a potential cooperation of SYK signaling and
NLRP3 activation in inflammatory conditions.

Acknowledgements Work in the authors’ laboratory is supported by
a Max-Eder-Program grant from Deutsche Krebshilfe and SFB grants
of the DFG to J.R. We thank Olaf Gross, Tobias Haas, and Konstanze
Pechloff for critically reading the manuscript.

Disclosure The authors declare no competing financial interests.

References

1. Bodey GP, Mardani M, Hanna HA, Boktour M, Abbas J, Girgawy
E, Hachem RY, Kontoyiannis DP, Raad 11 (2002) The epidemiology
of Candida glabrata and Candida albicans fungemia in immuno-
compromised patients with cancer. Am J Med 112:380-385. doi:
S0002934301011305 [pii]

2. Klein RS, Harris CA, Small CB, Moll B, Lesser M, Friedland GH
(1984) Oral candidiasis in high-risk patients as the initial
manifestation of the acquired immunodeficiency syndrome. N
Engl J Med 311:354-358

@ Springer

10.

11.

12.

13.

14.

15.

16.

17.

18.

. Holland SM, Vinh DC (2009) Yeast infections—human genetics on

the rise. N Engl J Med 361:1798-1801. doi:361/18/1798 [pii]
10.1056/NEJMe0907186

. Wisplinghoff H, Bischoff T, Tallent SM, Seifert H, Wenzel RP,

Edmond MB (2004) Nosocomial bloodstream infections in US
hospitals: analysis of 24, 179 cases from a prospective nationwide
surveillance study. Clin Infect Dis 39:309-317. doi:10.1086/
421946CID32752 [pii]

. Kawai T, Akira S (2008) Toll-like receptor and RIG-I-like receptor

signaling. Ann N Y Acad Sci 1143:1-20. doi:NYAS1143020 [pii]
10.1196/annals.1443.020

. Brown GD (2006) Dectin-1: a signalling non-TLR pattern-

recognition receptor. Nat Rev Immunol 6:33-43. doi:nril745
[pii] 10.1038/nri1745

. Martinon F, Mayor A, Tschopp J (2009) The inflammasomes:

guardians of the body. Annu Rev Immunol 27:229-265. doi:
10.1146/annurev.immunol.021908.132715

. Robinson MJ, Osorio F, Rosas M, Freitas RP, Schweighoffer E,

Gross O, Verbeek JS, Ruland J, Tybulewicz V, Brown GD, Moita
LF, Taylor PR, Reis ¢ Sousa C (2009) Dectin-2 is a Syk-coupled
pattern recognition receptor crucial for Th17 responses to fungal
infection. J Exp Med 206:2037-2051. doi:;jem.20082818 [pii]
10.1084/jem.20082818

. Rogers NC, Slack EC, Edwards AD, Nolte MA, Schulz O,

Schweighoffer E, Williams DL, Gordon S, Tybulewicz VL,
Brown GD, Reis ¢ Sousa C (2005) Syk-dependent cytokine
induction by Dectin-1 reveals a novel pattern recognition pathway
for C type lectins. Immunity 22:507-517. doi:S1074-7613(05)
00095-6 [pii] 10.1016/j.immuni.2005.03.004

Wells CA, Salvage-Jones JA, Li X, Hitchens K, Butcher S,
Murray RZ, Beckhouse AG, Lo YL, Manzanero S, Cobbold C,
Schroder K, Ma B, Orr S, Stewart L, Lebus D, Sobieszczuk P,
Hume DA, Stow J, Blanchard H, Ashman RB (2008) The
macrophage-inducible C-type lectin, mincle, is an essential
component of the innate immune response to Candida albicans.
J Immunol 180:7404—7413. doi:180/11/7404 [pii]

Tsoni SV, Brown GD (2008) beta-Glucans and Dectin-1. Ann N 'Y
Acad Sci 1143:45-60. doi:NYAS1143019 [pii] 10.1196/annals.
1443.019

Vonk AG, Netea MG, van Krieken JH, Iwakura Y, van der Meer
JW, Kullberg BJ (2006) Endogenous interleukin (IL)-1 alpha and
IL-1 beta are crucial for host defense against disseminated
candidiasis. J Infect Dis 193:1419-1426. doi:JID35243 [pii]
10.1086/503363

Martinon F, Burns K, Tschopp J (2002) The inflammasome: a
molecular platform triggering activation of inflammatory caspases
and processing of prolL-beta. Mol Cell 10:417-426. doi:
S1097276502005993 [pii]

Geijtenbeek TB, Gringhuis SI (2009) Signalling through C-type
lectin receptors: shaping immune responses. Nat Rev Immunol
9:465-479. doi:nri2569 [pii] 10.1038/nri2569

Underhill DM, Rossnagle E, Lowell CA, Simmons RM (2005)
Dectin-1 activates Syk tyrosine kinase in a dynamic subset of
macrophages for reactive oxygen production. Blood 106:2543—
2550

Gross O, Gewies A, Finger K, Schafer M, Sparwasser T, Peschel
C, Forster I, Ruland J (2006) Card9 controls a non-TLR signalling
pathway for innate anti-fungal immunity. Nature 442:651-656
Gross O, Poeck H, Bscheider M, Dostert C, Hannesschlager N,
Endres S, Hartmann G, Tardivel A, Schweighoffer E, Tybulewicz
V, Mocsai A, Tschopp J, Ruland J (2009) Syk kinase signalling
couples to the Nlrp3 inflammasome for anti-fungal host defence.
Nature 459:433-436. doi:nature07965 [pii] 10.1038/nature07965
LeibundGut-Landmann S, Gross O, Robinson MJ, Osorio F, Slack
EC, Tsoni SV, Schweighoffer E, Tybulewicz V, Brown GD,
Ruland J, Reis e Sousa C (2007) Syk- and CARD9-dependent


http://dx.doi.org/S0002934301011305
http://dx.doi.org/361/18/1798
http://dx.doi.org/10.1056/NEJMe0907186
http://dx.doi.org/10.1086/421946CID32752
http://dx.doi.org/10.1086/421946CID32752
http://dx.doi.org/NYAS1143020
http://dx.doi.org/10.1196/annals.1443.020
http://dx.doi.org/nri1745
http://dx.doi.org/10.1038/nri1745
http://dx.doi.org/10.1146/annurev.immunol.021908.132715
http://dx.doi.org/jem.20082818
http://dx.doi.org/10.1084/jem.20082818
http://dx.doi.org/S1074-7613(05)00095-6
http://dx.doi.org/S1074-7613(05)00095-6
http://dx.doi.org/10.1016/j.immuni.2005.03.004
http://dx.doi.org/180/11/7404
http://dx.doi.org/NYAS1143019
http://dx.doi.org/10.1196/annals.1443.019
http://dx.doi.org/10.1196/annals.1443.019
http://dx.doi.org/JID35243
http://dx.doi.org/10.1086/503363
http://dx.doi.org/S1097276502005993
http://dx.doi.org/nri2569
http://dx.doi.org/10.1038/nri2569
http://dx.doi.org/nature07965
http://dx.doi.org/10.1038/nature07965

J Mol Med (2010) 88:745-752

751

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

coupling of innate immunity to the induction of T helper cells that
produce interleukin 17. Nat Immunol 8:630-638

Goodridge HS, Shimada T, Wolf AJ, Hsu YM, Becker CA, Lin X,
Underhill DM (2009) Differential use of CARD9 by Dectin-1 in
macrophages and dendritic cells. J Immunol 182:1146-1154
Hara H, Ishihara C, Takeuchi A, Xue L, Morris SW, Penninger
JM, Yoshida H, Saito T (2008) Cell type-specific regulation of
ITAM-mediated NF-kappaB activation by the adaptors, CARMAL1
and CARD?9. J Immunol 181:918-930. doi:181/2/918 [pii]

Hara H, Ishihara C, Takeuchi A, Imanishi T, Xue L, Morris SW,
Inui M, Takai T, Shibuya A, Saijo S, Iwakura Y, Ohno N, Koseki
H, Yoshida H, Penninger JM, Saito T (2007) The adaptor protein
CARD? is essential for the activation of myeloid cells through
ITAM-associated and Toll-like receptors. Nat Immunol 8:619—629
Hara H, Saito T (2009) CARDY versus CARMALI in innate and
adaptive immunity. Trends Immunol 30:234-242

Gringhuis SI, den Dunnen J, Litjens M, van der Vlist M, Wevers
B, Bruijns SC, Geijtenbeek TB (2009) Dectin-1 directs T helper
cell differentiation by controlling noncanonical NF-kappaB
activation through Raf-1 and Syk. Nat Immunol 10:203-213.
doi:ni.1692 [pii] 10.1038/ni.1692

Taylor PR, Tsoni SV, Willment JA, Dennehy KM, Rosas M,
Findon H, Haynes K, Steele C, Botto M, Gordon S, Brown GD
(2007) Dectin-1 is required for beta-glucan recognition and
control of fungal infection. Nat Immunol 8:31-38. doi:nil408
[pii] 10.1038/ni1408

Ferwerda B, Ferwerda G, Plantinga TS, Willment JA, van Spriel
AB, Venselaar H, Elbers CC, Johnson MD, Cambi A, Huysamen
C, Jacobs L, Jansen T, Verheijen K, Masthoff L, Morre SA,
Vriend G, Williams DL, Perfect JR, Joosten LA, Wijmenga C, van
der Meer JW, Adema GJ, Kullberg BJ, Brown GD, Netea MG
(2009) Human Dectin-1 deficiency and mucocutaneous fungal
infections. N Engl J Med 361:1760-1767. doi:361/18/1760 [pii]
10.1056/NEJMo0a0901053

Glocker EO, Hennigs A, Nabavi M, Schaffer AA, Woellner C,
Salzer U, Pfeifer D, Veelken H, Warnatz K, Tahami F, Jamal S,
Manguiat A, Rezaei N, Amirzargar AA, Plebani A, Hannesschlager
N, Gross O, Ruland J, Grimbacher B (2009) A homozygous
CARDY mutation in a family with susceptibility to fungal infections.
N Engl J Med 361:1727-1735. doi:361/18/1727 [pii] 10.1056/
NEJMo0a0810719

McGreal EP, Rosas M, Brown GD, Zamze S, Wong SY, Gordon
S, Martinez-Pomares L, Taylor PR (2006) The carbohydrate-
recognition domain of Dectin-2 is a C-type lectin with specificity
for high mannose. Glycobiology 16:422-430. doi:cwj077 [pii]
10.1093/glycob/cwj077

Barrett NA, Maekawa A, Rahman OM, Austen KF, Kanaoka Y
(2009) Dectin-2 recognition of house dust mite triggers cysteinyl
leukotriene generation by dendritic cells. J Immunol 182:1119—
1128. doi:182/2/1119 [pii]

Yamasaki S, Matsumoto M, Takeuchi O, Matsuzawa T, Ishikawa E,
Sakuma M, Tateno H, Uno J, Hirabayashi J, Mikami Y, Takeda K,
Akira S, Saito T (2009) C-type lectin Mincle is an activating receptor
for pathogenic fungus, Malassezia. Proc Natl Acad Sci U S A
106:1897-1902. doi:0805177106 [pii] 10.1073/pnas.0805177106
Ishikawa E, Ishikawa T, Morita YS, Toyonaga K, Yamada H,
Takeuchi O, Kinoshita T, Akira S, Yoshikai Y, Yamasaki S (2009)
Direct recognition of the mycobacterial glycolipid, trehalose
dimycolate, by C-type lectin Mincle. J Exp Med 206:2879-2888.
doi:jem.20091750 [pii] 10.1084/jem.20091750

Yamasaki S, Ishikawa E, Sakuma M, Hara H, Ogata K, Saito T
(2008) Mincle is an ITAM-coupled activating receptor that senses
damaged cells. Nat Immunol 9:1179-1188. doi:ni.1651 [pii]
10.1038/ni.1651

Means TK, Mylonakis E, Tampakakis E, Colvin RA, Seung E,
Puckett L, Tai MF, Stewart CR, Pukkila-Worley R, Hickman SE,

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

Moore KJ, Calderwood SB, Hacohen N, Luster AD, El Khoury J
(2009) Evolutionarily conserved recognition and innate immunity
to fungal pathogens by the scavenger receptors SCARFI and
CD36. J Exp Med 206:637-653. doi:jem.20082109 [pii] 10.1084/
jem.20082109

Yu HB, Finlay BB (2008) The caspase-1 inflammasome: a pilot of
innate immune responses. Cell Host Microbe 4:198-208

Pedra JH, Cassel SL, Sutterwala FS (2009) Sensing pathogens and
danger signals by the inflammasome. Curr Opin Immunol 21:10—
16. doi:S0952-7915(09)00006-5 [pii] 10.1016/j.c01.2009.01.006
Sutterwala FS, Flavell RA (2009) NLRC4/IPAF: a CARD
carrying member of the NLR family. Clin Immunol 130:2-6.
doi:S1521-6616(08)00774-2 [pii] 10.1016/j.clim.2008.08.011
Burckstummer T, Baumann C, Bluml S, Dixit E, Durnberger G,
Jahn H, Planyavsky M, Bilban M, Colinge J, Bennett KL, Superti-
Furga G (2009) An orthogonal proteomic-genomic screen identi-
fies AIM2 as a cytoplasmic DNA sensor for the inflammasome.
Nat Immunol 10:266-272. doi:ni.1702 [pii] 10.1038/ni.1702
Fernandes-Alnemri T, Yu JW, Datta P, Wu J, Alnemri ES (2009)
AIM2 activates the inflammasome and cell death in response to
cytoplasmic DNA. Nature 458:509-513. doinature07710 [pii]
10.1038/nature07710

Hornung V, Ablasser A, Charrel-Dennis M, Bauernfeind F,
Horvath G, Caffrey DR, Latz E, Fitzgerald KA (2009) AIM2
recognizes cytosolic dsDNA and forms a caspase-1-activating
inflammasome with ASC. Nature 458:514-518. doi:nature07725
[pii] 10.1038/nature07725

Roberts TL, Idris A, Dunn JA, Kelly GM, Burnton CM, Hodgson
S, Hardy LL, Garceau V, Sweet MJ, Ross IL, Hume DA, Stacey
KJ (2009) HIN-200 proteins regulate caspase activation in
response to foreign cytoplasmic DNA. Science 323:1057-1060.
doi: 1169841 [pii] 10.1126/science.1169841

Poeck H, Bscheider M, Gross O, Finger K, Roth S, Rebsamen M,
Hannesschlager N, Schlee M, Rothenfusser S, Barchet W, Kato H,
Akira S, Inoue S, Endres S, Peschel C, Hartmann G, Hornung V,
Ruland J (2009) Recognition of RNA virus by RIG-I results in
activation of CARDY and inflammasome signaling for interleukin 1
beta production. Nat Immunol 11:63-69. doi:ni.1824 [pii] 10.1038/
ni.1824

Hise AG, Tomalka J, Ganesan S, Patel K, Hall BA, Brown GD,
Fitzgerald KA (2009) An essential role for the NLRP3 inflam-
masome in host defense against the human fungal pathogen
Candida albicans. Cell Host Microbe 5:487-497. doi:S1931-3128
(09)00143-7 [pii] 10.1016/j.chom.2009.05.002

Joly S, Ma N, Sadler JJ, Soll DR, Cassel SL, Sutterwala FS
(2009) Cutting edge: Candida albicans hyphae formation triggers
activation of the Nlrp3 inflammasome. J Immunol 183:3578—
3581. doi:jimmunol.0901323 [pii] 10.4049/jimmunol.0901323
Dostert C, Petrilli V, Van Bruggen R, Steele C, Mossman BT,
Tschopp J (2008) Innate immune activation through Nalp3
inflammasome sensing of asbestos and silica. Science 320:674—
677

Hornung V, Bauernfeind F, Halle A, Samstad EO, Kono H, Rock
KL, Fitzgerald KA, Latz E (2008) Silica crystals and aluminum
salts activate the NALP3 inflammasome through phagosomal
destabilization. Nat Immunol 9:847-856

Martinon F, Petrilli V, Mayor A, Tardivel A, Tschopp J (2006)
Gout-associated uric acid crystals activate the NALP3 inflamma-
some. Nature 440:237-241

Kanneganti TD, Ozoren N, Body-Malapel M, Amer A, Park JH,
Franchi L, Whitfield J, Barchet W, Colonna M, Vandenabeele P,
Bertin J, Coyle A, Grant EP, Akira S, Nunez G (2006) Bacterial
RNA and small antiviral compounds activate caspase-1 through
cryopyrin/Nalp3. Nature 440:233-236

Mariathasan S, Weiss DS, Newton K, McBride J, O'Rourke K,
Roose-Girma M, Lee WP, Weinrauch Y, Monack DM, Dixit VM

@ Springer


http://dx.doi.org/181/2/918
http://dx.doi.org/ni.1692
http://dx.doi.org/10.1038/ni.1692
http://dx.doi.org/ni1408
http://dx.doi.org/10.1038/ni1408
http://dx.doi.org/361/18/1760
http://dx.doi.org/10.1056/NEJMoa0901053
http://dx.doi.org/361/18/1727
http://dx.doi.org/10.1056/NEJMoa0810719
http://dx.doi.org/10.1056/NEJMoa0810719
http://dx.doi.org/cwj077
http://dx.doi.org/10.1093/glycob/cwj077
http://dx.doi.org/182/2/1119
http://dx.doi.org/0805177106
http://dx.doi.org/10.1073/pnas.0805177106
http://dx.doi.org/jem.20091750
http://dx.doi.org/10.1084/jem.20091750
http://dx.doi.org/ni.1651
http://dx.doi.org/10.1038/ni.1651
http://dx.doi.org/jem.20082109
http://dx.doi.org/10.1084/jem.20082109
http://dx.doi.org/10.1084/jem.20082109
http://dx.doi.org/S0952-7915(09)00006-5
http://dx.doi.org/10.1016/j.coi.2009.01.006
http://dx.doi.org/S1521-6616(08)00774-2
http://dx.doi.org/10.1016/j.clim.2008.08.011
http://dx.doi.org/ni.1702
http://dx.doi.org/10.1038/ni.1702
http://dx.doi.org/nature07710
http://dx.doi.org/10.1038/nature07710
http://dx.doi.org/nature07725
http://dx.doi.org/10.1038/nature07725
http://dx.doi.org/1169841
http://dx.doi.org/10.1126/science.1169841
http://dx.doi.org/ni.1824
http://dx.doi.org/10.1038/ni.1824
http://dx.doi.org/10.1038/ni.1824
http://dx.doi.org/S1931-3128(09)00143-7
http://dx.doi.org/S1931-3128(09)00143-7
http://dx.doi.org/10.1016/j.chom.2009.05.002
http://dx.doi.org/jimmunol.0901323
http://dx.doi.org/10.4049/jimmunol.0901323

752

J Mol Med (2010) 88:745-752

48.

49.

50.

S1.

52.

53.

54.

55.

(2006) Cryopyrin activates the inflammasome in response to
toxins and ATP. Nature 440:228-232

Muruve DA, Petrilli V, Zaiss AK, White LR, Clark SA, Ross PJ,
Parks RJ, Tschopp J (2008) The inflammasome recognizes
cytosolic microbial and host DNA and triggers an innate immune
response. Nature 452:103-107

Allen IC, Scull MA, Moore CB, Holl EK, McElvania-TeKippe E,
Taxman DJ, Guthrie EH, Pickles RJ, Ting JP (2009) The NLRP3
inflammasome mediates in vivo innate immunity to influenza a
virus through recognition of viral RNA. Immunity 30:556-565
Ichinohe T, Lee HK, Ogura Y, Flavell R, Iwasaki A (2009)
Inflammasome recognition of influenza virus is essential for
adaptive immune responses. J Exp Med 206:79-87

Thomas PG, Dash P, Aldridge JR Jr, Ellebedy AH, Reynolds C,
Funk AJ, Martin WJ, Lamkanfi M, Webby RJ, Boyd KL, Doherty
PC, Kanneganti TD (2009) The intracellular sensor NLRP3
mediates key innate and healing responses to influenza A virus
via the regulation of caspase-1. Immunity 30:566-575
Eisenbarth SC, Colegio OR, O'Connor W, Sutterwala FS, Flavell
RA (2008) Crucial role for the Nalp3 inflammasome in the
immunostimulatory properties of aluminium adjuvants. Nature
453:1122-1126

Halle A, Hornung V, Petzold GC, Stewart CR, Monks BG,
Reinheckel T, Fitzgerald KA, Latz E, Moore KJ, Golenbock DT
(2008) The NALP3 inflammasome is involved in the innate
immune response to amyloid-beta. Nat Immunol 9:857-865
Duncan JA, Bergstralh DT, Wang Y, Willingham SB, Ye Z,
Zimmermann AG, Ting JP (2007) Cryopyrin/NALP3 binds ATP/
dATP, is an ATPase, and requires ATP binding to mediate
inflammatory signaling. Proc Natl Acad Sci U S A 104:8041—
8046. doi:0611496104 [pii] 10.1073/pnas.0611496104

Romani L (2004) Immunity to fungal infections. Nat Rev
Immunol 4:1-23. doi:10.1038/nri1255nri1255 [pii]

@ Springer

56.

57.

58.

59.

60.

6l1.

62.

Petrilli V, Papin S, Dostert C, Mayor A, Martinon F, Tschopp J
(2007) Activation of the NALP3 inflammasome is triggered by
low intracellular potassium concentration. Cell Death Differ
14:1583-1589

Bauernfeind FG, Horvath G, Stutz A, Alnemri ES, Macdonald K,
Speert D, Fernandes-Alnemri T, Wu J, Monks BG, Fitzgerald KA,
Hornung V, Latz E (2009) Cutting edge: NF-{kappa}B activating
pattern recognition and cytokine receptors license NLRP3
inflammasome activation by regulating NLRP3 expression. J
Immunol 183:787-791

Kumar H, Kumagai Y, Tsuchida T, Koenig PA, Satoh T, Guo Z,
Jang MH, Saitoh T, Akira S, Kawai T (2009) Involvement of the
NLRP3 inflammasome in innate and humoral adaptive immune
responses to fungal beta-glucan. J Immunol 183:8061-8067.
doi:183/12/8061 [pii] 10.4049/jimmunol.0902477

Lamkanfi M, Malireddi RK, Kanneganti TD (2009) Fungal
zymosan and mannan activate the cryopyrin inflammasome. J
Biol Chem 284:20574-20581. doi:M109.023689 [pii] 10.1074/
jbc.M109.023689

Dinarello CA (2009) Interleukin-1beta and the autoinflammatory
diseases. N Engl J Med 360:2467-2470. doi:360/23/2467
10.1056/NEJMe0811014

Ng G, Sharma K, Ward SM, Desrosiers MD, Stephens LA, Schoel
WM, Li T, Lowell CA, Ling CC, Amrein MW, Shi Y (2008)
Receptor-independent, direct membrane binding leads to cell-
surface lipid sorting and Syk kinase activation in dendritic cells.
Immunity 29:807-818. doi:S1074-7613(08)00463-9 [pii]
10.1016/j.immuni.2008.09.013

Tiemi Shio M, Eisenbarth SC, Savaria M, Vinet AF, Bellemare
MJ, Harder KW, Sutterwala FS, Bohle DS, Descoteaux A, Flavell
RA, Olivier M (2009) Malarial hemozoin activates the NLRP3
inflammasome through Lyn and Syk kinases. PLoS Pathog 5:
€1000559. doi:10.1371/journal.ppat.1000559


http://dx.doi.org/0611496104
http://dx.doi.org/10.1073/pnas.0611496104
http://dx.doi.org/10.1038/nri1255nri1255
http://dx.doi.org/183/12/8061
http://dx.doi.org/10.4049/jimmunol.0902477
http://dx.doi.org/M109.023689
http://dx.doi.org/10.1074/jbc.M109.023689
http://dx.doi.org/10.1074/jbc.M109.023689
http://dx.doi.org/360/23/2467
http://dx.doi.org/10.1056/NEJMe0811014
http://dx.doi.org/S1074-7613(08)00463-9
http://dx.doi.org/10.1016/j.immuni.2008.09.013
http://dx.doi.org/10.1371/journal.ppat.1000559

	SYK kinase signaling and the NLRP3 inflammasome in antifungal immunity
	Abstract
	Introduction
	SYK signaling upon fungal recognition
	Fungi trigger the NLRP3 inflammasome
	Conclusion
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /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 false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /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 (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e5c4f5e55663e793a3001901a8fc775355b5090ae4ef653d190014ee553ca901a8fc756e072797f5153d15e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc87a25e55986f793a3001901a904e96fb5b5090f54ef650b390014ee553ca57287db2969b7db28def4e0a767c5e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020d654ba740020d45cc2dc002c0020c804c7900020ba54c77c002c0020c778d130b137c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor weergave op een beeldscherm, e-mail en internet. 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 best suited for on-screen display, e-mail, and the Internet.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <FEFF004a006f0062006f007000740069006f006e007300200066006f00720020004100630072006f006200610074002000440069007300740069006c006c0065007200200037000d00500072006f006400750063006500730020005000440046002000660069006c0065007300200077006800690063006800200061007200650020007500730065006400200066006f00720020006f006e006c0069006e0065002e000d0028006300290020003200300031003000200053007000720069006e006700650072002d005600650072006c0061006700200047006d006200480020>
  >>
  /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 /ConvertToRGB
      /DestinationProfileName (sRGB IEC61966-2.1)
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing false
      /UntaggedCMYKHandling /UseDocumentProfile
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


