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Similar to other pathogens, bacteria have developed during their evolution a variety of
mechanisms to overcome both innate and acquired immunity, accounting for their ability
to cause disease or chronic infections. The mechanisms exploited for this critical function
act by targeting conserved structures or pathways that regulate the host immune
response. A strategic potential target is the immunological synapse (IS), a highly
specialized structure that forms at the interface between antigen presenting cells (APC)
and T lymphocytes and is required for the establishment of an effective T cell response to
the infectious agent and for the development of long-lasting T cell memory. While a variety
of bacterial pathogens are known to impair or subvert cellular processes essential for
antigen processing and presentation, on which IS assembly depends, it is only recently
that the possibility that IS may be a direct target of bacterial virulence factors has been
considered. Emerging evidence strongly supports this notion, highlighting IS targeting as a
powerful, novel means of immune evasion by bacterial pathogens. In this review we will
present a brief overview of the mechanisms used by bacteria to affect IS assembly by
targeting APCs. We will then summarize what has emerged from the current handful of
studies that have addressed the direct impact of bacterial virulence factors on IS assembly
in T cells and, based on the strategic cellular processes targeted by these factors in other
cell types, highlight potential IS-related vulnerabilities that could be exploited by these
pathogens to evade T cell mediated immunity.

Keywords: pathogens, immunological synapse, Antigen Presenting Cell (APC), major histocompatibility complex
class II (MHCII), T cell receptor (TCR), actin cytoskeleton
1 INTRODUCTION

Successful microbial pathogens, such as bacteria, have evolved complex and efficient strategies
to evade the host immune response. To establish chronic infection bacteria have to overcome
the two powerful arms of the host immune defenses, innate and adaptive immunity. Innate
immunity is evolutionarily conserved among higher eukaryotes and represents the first line of
defense against infections, with the key role to recognize pathogen components and start the
process of microbial clearance. Additionally, innate immune cells are central for the
development of adaptive immunity. Hence, not surprisingly, pathogens have evolved a
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variety of mechanisms to elude this first line of the host
immune defenses, from building a protective capsule (e.g.
Streptococcus pneumoniae , Haemophilus influenzae ,
Escherichia coli, Neisseria meningitidis) (1), to interfering
with recognition of Pathogen-Associated Molecular Patterns
(PAMPs) by host Pattern Recognition Receptors (PRRs) such
as Toll-like receptors (TLRs) and C-type lectin receptors (e.g.
Helicobacter pylori) (2), to inhibiting phagocytic activity (e.g.
H. pylori, Yersinia pestis) (3). Remarkably, evasion of innate
immunity is often accompanied by the exploitation of innate
immune cells such as macrophages, which have been
incapacitated to kill internalized bacteria by specific
virulence factors, as a protected niche for replication.

Another strategy deployed by several bacterial pathogens to
escape the host immune system is to prevent the development of
the exquisitely specific and highly effective adaptive response.
Adaptive immunity involves a tightly regulated interplay among
B lymphocytes, T lymphocytes and antigen presenting cells
(APCs) to act ivate pathogen-spec ific and l i fe long
immunological effector pathways. The development of T cell
mediated immunity relies on the assembly of a highly specialized
signaling and secretory platform formed by T cells at the
interface with cognate APCs, known as the immunological
synapse (IS). In this minireview we will briefly review the
strategies evolved by bacterial pathogens to suppress T cell
activation and discuss emerging evidence that highlights the IS
as a key target for pathogens to evade the T cell-mediated host
immune response.
2 THE IMMUNOLOGICAL SYNAPSE

T cell activation is initiated in response to the interaction of the T
cell antigen receptor (TCR) with antigenic peptides bound to
major histocompatibility complex (MHC) molecules (pMHC)
expressed on the surface of APCs, which participate in the
cellular immune response by processing and presenting
antigens for recognition by T lymphocytes. Antigen
presentation is a complex multistep process, involving the
processing of endogenous or exogenous pathogen-associated
antigens, peptide loading on MHC, and localization at the cell
surface of pMHC complexes which can interact with T cells
expressing a cognate TCR. Bacterial antigen presentation is
mainly mediated by MHC class II (MHCII) molecules found
on the surface of professional APCs that present antigen-derived
peptides to be recognized by CD4+ T cells.

Following TCR interaction with cognate pMHC, a
spec i a l i z ed supramo l e cu l a r s t ruc tu r e , defined as
immunological synapse (IS), forms at the T cell interface with
the APC. IS formation requires not only TCR:pMHC interaction
but also the accumulation of coreceptors, adhesion molecules,
and signaling and cytoskeletal components at the T cell-APC
contact area (4). In its mature configuration the IS features a
peculiar “bull’s eye” architecture characterized by concentric
domains, known as supramolecular activation clusters (SMAC),
that differ in molecular composition and function (5). The
Frontiers in Immunology | www.frontiersin.org 2
central SMAC (cSMAC), mainly enriched in TCRs and TCR-
associated proteins, is surrounded by the peripheral (pSMAC),
enriched in integrins, such as lymphocyte function-associated
antigen (LFA-1), and cytoskeleton-associated proteins. The
pSMAC is in turn surrounded by the distal SMAC (dSMAC),
which is enriched in F-actin as well as in molecules that are
excluded from the IS centre due either to steric hindrance (e.g.
CD43) or to their ability to negatively regulate signaling (e.g.
CD45) (4). The dSMAC is also the IS domain where signaling
starts with the assembly of TCR-CD28 microclusters that move
centripetally towards the IS to eventually segregate to the
cSMAC (6), where exhausted TCR are internalized to make
room to new TCRs microclusters that continuously form at
the periphery.

TCRs are associated not only with the plasma membrane, but
also with recycling endosomes (7). Delivery to the synaptic
membrane of this intracellular TCR pool is essential to
replenish the plasma membrane pool as TCRs are internalized
at the cSMAC, allowing for the steady inward flow of actively
signaling TCRmicroclusters to sustain signaling for the extended
timeframe required for T cell activation (7). This process is
dependent on the polarization of the centrosome together with
the secretory apparatus to the region beneath the T cell-APC
contact (8), which sets the stage for polarized exocytosis.
Polarized recycling from an intracellular vesicular pool is a
strategy co-opted by a number of molecules that participate in
IS architecture and function. These include surface receptors,
such as the co-inhibitory receptor cytotoxic T lymphocyte
antigen-4 (CTLA-4) (9), and intracellular signaling molecules,
such as the lymphocyte-specific protein tyrosine kinase (Lck), the
adaptor molecule LAT (10–12), and the small GTPase Rac1 (13).

IS assembly is coordinated by the cytoskeleton (14–16), which
plays a key role at different step of IS assembly, from integrin
activation (16), to TCR microcluster movement from the
periphery to the center of the IS (6), to centrosome
translocation toward the IS (14), to the directional vesicular
trafficking that ensures the continuous availability of receptors
and signaling molecules at the IS (17–19) (Figure 1).

TCR interaction with pMHC at the IS triggers an intracellular
tyrosine phosphorylation cascade, resulting in the activation of
multiple signaling pathways. Briefly, the activated TCR recruits
the initiating kinases Lck and z-associated kinase of 70 kDa
(ZAP-70) which phosphorylates LAT, a multifunctional
transmembrane adaptor that orchestrates the activation of
phospholipase Cg (PLCg). By producing key second
messengers, PLCg promotes the activation of the PKC, Ras and
Ca2+ pathways which couple TCR triggering to gene expression
through the activation of transcription factors such as nuclear
factor of activated T cells (NF-AT), nuclear factor-kB (NF-kB)
and activating protein 1 (AP-1) (20).

As IS assembly is a key event for the development of T cell-
mediated immunity, it is not surprising that many pathogens
have developed virulence mechanisms to target IS formation,
either indirectly by impairing the ability of APCs to present
antigen to the T cell, or, as supported by emerging evidence, by
directly inhibiting IS assembly within the T cell.
July 2022 | Volume 13 | Article 943344
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3 HOW BACTERIAL INFECTION
AFFECTS IS ASSEMBLY

3.1 Indirect Modulation of IS Assembly
by Bacterial Pathogens Through
APC Targeting
To initiate adaptive immunity to pathogens, T cells must interact
with cognate APCs that have previously taken up antigen at the site
of infection and have migrated to the draining lymph node. This
role is subserved by dendritic cells (DCs) which are specialized for
antigen presentation to naïve T cells, but in the context of bacterial
infections it can also be taken over by macrophages. Several steps
are required before an APC can acquire the appropriate functional
status and be in the appropriate location to form an IS with a
cognate T cell. These steps are orchestrated by innate immune
receptors, which on recognition of bacterial PAMPs trigger the
maturation of DCs, the phagocytic uptake and destruction of the
pathogen, and the migration of the phagocyte to the closest lymph
node station. As largely documented for viruses (1), also bacterial
pathogens have evolved a variety of strategies to interfere with each
of these steps, including camouflaging as host components (e.g.
GAG proteins of Streptococcus), modifying PAMPs to decrease their
potency in innate immune receptor activation (e.g. modified LPS
core component lipid A of Salmonella) (21), inhibiting PRR
signaling (e.g. Salmonella TIR domain-like TIpA to disrupt TLR4
signaling (22); Yersinia acetyltransferase YopJ to inhibit NF-kB
signaling (23); Mycobacterium tuberculosis (M. tubercolosis)
ubiquitin ligase PnkG to degrade components of the NF-kB-
activating signalosome (24), or exploiting mimicry to activate
inhibitory circuits (e.g. sialylated capsular polysaccharides of
group B Streptococcus) (25, 26). For details on these upstream
steps we refer the reader to excellent reviews (1, 27). Here we will
Frontiers in Immunology | www.frontiersin.org 3
focus on the process that is directly implicated in IS assembly
-antigen presentation-, limiting the discussion to MHCII.

Antigen presentation to T cells by APCs plays an essential
role in the initiation of adaptive immunity. As such, disruption of
the process of antigen presentation is a mechanism co-opted by a
number of bacterial pathogens to prevent the generation of
specific effector T cells. Bacteria can modulate the MHCII
pathway acting at different levels: by inhibiting MHCII gene
transcription, by interfering with MHCII loading and trafficking,
or by impairing antigen processing. The resulting defects in IS
assembly translate into defects in T cell activation and
differentiation to pathogen-specific helper T cell effectors. The
intracellular pathogenM. tubercolosis is a remarkable example of
how an individual pathogen can target the process of antigen
presentation at every single level and we will use it as paradigm in
the following sections.

3.1.1 Inhibition of MHCII Expression
M. tubercolosis has the ability to potently downregulate MHCII
expression, which occurs as part of the APC activation program
triggered by PRR engagement. A well characterized M. tubercolosis
factor implicated in this function is the 19-kDa lipoprotein (LpqH)
which acts a potent TLR2 agonist. The resulting excessive or
prolonged TLR2 activation leads to the expression of isoforms of
the transcriptional transactivator C/EBP that inhibit the IFNg-
dependent induction of class II transactivator (CIITA), on which
MHCII gene expression crucially depends (28, 29). Preventing
MHCII upregulation to disrupt antigen presentation is shared by
other M. tubercolosis virulence factors such as the cell envelope-
associated serine protease Hip1 (30), and co-opted by a number of
pathogenic bacteria (e.g. 31). One such example is H. pylori, which
uses ADP183 heptose, an intermediate metabolite in LPS
FIGURE 1 | Immunological synapse assembly. The canonical IS shows a well-organized bull’s eye architecture that features the central supramolecular activation
cluster (cSMAC) characterized by the presence of TCRs and TCR-associated proteins such as the co-stimulatory receptor CD28, the peripheral SMAC (pSMAC)
enriched in the integrin LFA-1 and the distal SMAC (dSMAC) enriched in TCR-CD28 microclusters (TCR MCs) that move centripetally towards the cSMAC driven by
F-actin. IS assembly is also coordinated by cytoskeletal dynamics that allow for centrosome translocation toward the IS as well as for the directional vesicular
trafficking of receptors and signaling mediators to sustain signaling at the IS.
July 2022 | Volume 13 | Article 943344
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biosynthesis, to promote miR146b expression in macrophages,
leading to downmodulation of CIITA expression (32).

Whether the protease activity of Hip1 influences directly
CIITA expression is not known. However, this mechanism has
been documented for Chlamydia trachomatis, which secretes
proteases that promote the degradation of the transcription
factor USF-1 that regulates IFN-g induction of CIITA
expression (33). A different mechanism to lower MHCII
expression is exploited by Salmonella, which induces surface
MHCII internalization by promoting the expression of the E3
ubiquit in l igase MARCH1 and K63-l inked MHCII
ubiquitination. Internalized ubiquitylated MHCII molecules are
subsequently degraded following routing to the endolysosomal
system (34) (Figure 2, Table 1).

3.1.2 Inhibition of Antigen Processing
Pathogenic bacteria can modulate the MHCII pathway by
inhibiting the fusion of the phagosome containing internalized
bacteria with the lysosome, which not only allows escape from
killing but leads to impaired antigen processing. Again, using M.
tubercolosis as paradigm, inhibition of phagolysosomal fusion
has been shown to involve retention of the early endosome
marker Rab5 at the phagosomal membrane, with concomitant
exclusion of the lysosome marker Rab7 (83), which results in a
delay in phagosome maturation and defective antigen
processing. M. tubercolosis targets this process by using its
lipid phosphatase SapM to hydrolyze the phospholipid PI3P,
which is essential for phagosome-late endosome fusion (35).
Frontiers in Immunology | www.frontiersin.org 4
Similarly, Salmonella blocks phagosome maturation by
modulating the phosphoinositide composition of the
Salmonella-containing vacuole through its lipid phosphatase
SopB (45). Hence inhibition of phagosome maturation is co-
opted by many pathogenic bacteria to prevent antigen processing
while escaping killing.

An alternative strategy used byM. tubercolosis for disrupting
antigen processing is inhibition of phagosome function. One of
the underlying mechanisms involves a M. tubercolosis-derived
lipid, the mannose-capped form of lipoarabinomannan
(manLAM). manLAM blocks phagosome acidification by
reducing the local recruitment of the tethering molecule EEA1,
which is essential for delivery of lysosomal hydrolases to the
phagosome (36). The failure of EEA1 to associate with the
phagosome in M. tubercolosis-infected cells is caused by
defective production of PI3P at the phagosome membrane due
to defective Ca2+-dependent activation of the PI3K component
VPS34 (35, 37, 84). Additionally, the transport of vacuolar
ATPase (v-ATPase), which is essential for phagosome
acidification and activation of lysosomal hydrolases, is
impaired in M. tuberco los i s - infected ce l l s due to
dephosphorylation of the VPS33B component of the v-ATPase
sorting complex by the M. tubercolosis phosphatase PtpA (38)
(Figure 2, Table 1).

3.1.3 Inhibition of MHCII Loading and Trafficking
An alternative strategy exploited by a variety of pathogens to
inhibit antigen presentation is to interfere with MHCII loading
FIGURE 2 | Bacterial targeting of the immunological synapse. Model for suppression of IS assembly by bacterial pathogens. Bacterial pathogens exploit a variety of
virulence factors to interfere with IS assembly at different steps, both at the APC side and at the T cell side. Bacteria target APCs and hence indirectly IS assembly by
interfering with different mechanisms: i) MHCII inhibition through modulation of transcription factors responsible for its expression (e.g. CIITA regulation by
M. tuberculosis, Helicobacter pylori and Chlamydia trachomatis); ii) inhibition of antigen processing through suppression of phagolysosomal fusion (e.g. M.
tuberculosis and Salmonella); iii) defective antigen processing and loading onto MHCII in the MHCII compartment (e.g. inhibition of the Ii-dependent pathway by
Helicobacter pylori or targeting CatS and HLA-DM by M. tuberculosis and Coxiella burnetii, respectively); iv) degradation of MHCII and T cell co-stimulatory ligands
such as CD80/CD86 and CD97 (e.g. Salmonella). Bacteria interfere directly with IS assembly at the T lymphocyte side by i) targeting expression and function of the
TCR and co-stimulatory molecules (e.g. CD3z degradation by M. tuberculosis, CEACAM1 disabling by Neisseria gonorrhoeae or impairment of TCR signaling by
Yersinia pestis, Bordetella pertussis and Bacillus anthracis); ii) subverting the actin cytoskeleton (e.g. Shigella flexneri, Yersinia pestis and Salmonella enterica serovar
Typhimurium); and iii) interfering with vesicular trafficking by modulating Rab GTPases (e.g. Salmonella enterica, Legionella pneumophila, Shigella, M. tuberculosis) or
by targeting receptor trafficking (e.g the TCR by Shigella or LFA-1 by Bordetella pertussis).
July 2022 | Volume 13 | Article 943344
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and trafficking. Macrophage infection with M. bovis leads to the
inhibition of both activity and expression of the cystein protease
cathepsin S (Cat S) (44), which mediates the late cleavage steps of
the invariant chain (Ii) cleavage (85) required for the generation
of MHCII molecules that can be efficiently loaded with peptide
Frontiers in Immunology | www.frontiersin.org 5
antigens and delivered to the cell surface. The defect in CatS
expression has been ascribed to the M. bovis-dependent
induction of the suppressive cytokine IL-10 which blocks Cat S
gene expression (44) as well as of M. tubercolosis microRNA
miR-106b-5p which downregulates its transcript (39).
TABLE 1 | Bacterial virulence factors that target directly or indirectly IS as.

Pathogens IS targeting
site

Vitulence factors IS inhibition mechanisms Ref.

Mycobacterium
tuberculosis

APC
T cell

LpqH, Hip1
SapM
manLAM
miR-106b-5p
manLAM
mycolactone
SerB2
SapM
NdK

MHCII expression (C/EBP, CIITA)
Antigen processing (inhibition of phagolysosomal fusion)
Antigen processing (inhibition of phagosome acidification)
MHCII loading and trafficking (inhibition of CatS activity and expression)
TCR and co-stimulatory molecules (CD3z degradation)
Signaling at the IS (degradation of Lck, ZAP-70, LAT)
Signaling at the IS (inhibition of TCR signaling)
Actin cytoskeleton (modulation of F-actin filament assembly)
Actin cytoskeleton (modulation of phosphoinositide signaling)
Vesicular trafficking (recruitment of Rab proteins)
Vesicular trafficking (Rab GAP)

28–
30
35
35–
38
39
40
41
42
35
43

Mycobacterium bovis APC IL-10 MHCII loading and trafficking (inhibition of CatS activity and expression) 44
Chlamydia
trachomatis

APC proteases MHCII expression (INF-g, USF1, CIITA) 33

Salmonella enterica APC
T cell

pH regulation
SopB
SteD
SopB, SopE, SptP
SopB
SopD2
GtgE

MHCII surface expression (E3 ubiquitin ligase, MARCH1, K63-linked MHCII ubiquitination)
Antigen processing (inhibition of phagosome maturation)
Degradation of MHCII (ubiquitylation)
Inhibition of T cell co-stimulatory ligands (CD86/B7-2, CD97)
Actin cytoskeleton (Rho GEF mimics, GAP mimics)
Vesicular trafficking (SopB recruitment of Rab proteins)
Vesicular trafficking (Rab GAP)
Vesicular trafficking (inhibition of polarized TCR recycling)

34
45
46
47,
48
49–
51
52
53
54

Helicobacter pylori APC
T cell

ADP-heptose
VacA
VacA

MHCII expression (miR146b, CIITA)
MHCII loading and trafficking (inhibition of the Ii-dependent pathway)
TCR and co-stimulatory molecules (suppression of TCR signaling, Ca2+-calcineurin pathway,
dysfunctional MAP kinase network)
Actin cytoskeleton perturbation

32
55,
56
57,
58
57,
59

Coxiella burnetii APC MHCII loading and trafficking (alteration of MHCII/HLA-DM interaction) 60
Pneumococcus
pneumonia

T cell TCR and co-stimulatory molecules (downregulation of CD28, ICOS, CD40L) 61

Staphylococcus
aureus

T cell SEA, SEB, SEE
toxins

TCR and co-stimulatory molecules (massive T cell activation) 62

Neisseria
gonorrhoeae

T cell Opa52 TCR and co-stimulatory molecules (CEACAM1 suppression by phosphatases) 63

Yersinia pestis T cell YopH
YopE, YopT

TCR and co-stimulatory molecules (dephosphorylation of TCR signalosome)
Actin cytoskeleton (GAP mimics, modulation of GTP- GDP-bound forms of Rho GTPases)

64–
67
68,
69

Bordetella pertussis T cell CyaA TCR and co-stimulatory molecules (suppression of TCR signaling, cAMP) 70–
72

Bacillus anthracis T cell edema toxin TCR and co-stimulatory molecules (suppression of TCR signaling, cAMP) 73
Clostridium
botulinum

T cell C3 toxin Actin cytoskeleton (modulation of GTP- GDP-bound forms of Rho GTPases) 74

Shigella flexneri T cell IcsA
IpgD
unidentified T3SS
effector
VirA, IpaJ

Actin cytoskeleton (modulation of F-actin filament assembly)
Actin cytoskeleton (inhibition of cell chemotaxis)
Actin cytoskeleton (inhibition of IS assembly)
Vesicular trafficking (Rab GAP, inhibition of the polarized recycling of TCR-containing endosomes)

75
76
77
77,
78

Listeria T cell ActA Actin cytoskeleton (modulation of F-actin filament assembly) 79
Legionella
pneumophila

T cell LepB
Lgp0393, DrrA/
SidM

Vesicular trafficking (Rab GAP)
Vesicular trafficking (Rab GEF)

80
81,
82
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Other bacterial pathogens target the key steps of MHC
loading and trafficking to suppress the initiation of T cell
response. This is the case of H. pylori which, through its major
virulence factor Vacuolating cytotoxin A (VacA), interferes with
the proteolytic generation of T cell epitopes that are loaded onto
newly synthesized MHCII molecules, specifically inhibiting the
Ii-dependent pathway (55). In addition, MHCII molecules are
retained in the H. pylori-containing vacuoles in H. pylori-
infected DCs, such that their trafficking to the cell surface is
prevented (56). Coxiella burnetii impairs antigen presentation at
a different step -loading of peptide antigen- by altering the
interaction of MHCII with HLA-DM, a key step required for
displacing from MHCII the Ii CLIP peptide to allow for loading
of pathogen-derived peptides and transport to the plasma
membrane of functional pMHC complexes. In C. burnetii-
infected cells MHCII molecules fail to dissociate form HLA-
DM and accumulate in enlarged intracellular compartments (60)
(Figure 2, Table 1).

3.1.4 Degradation of MHCII and T Cell Co-
Stimulatory Ligands
An alternative mechanism for reducing the levels of pMHC
complexes at the APC surface has been reported for Salmonella.
This function is mediated by the type 3 secretion system effector
SteD. This transmembrane protein forms a complex with mature
endosome-associated MHCII molecules and the transmembrane
host tumor suppressor TMEM127, a Nedd4 family E3 ubiquitin
ligase adaptor. TMEM127 recruits the E3 ligase Wwp2 to the
complex, inducing ubiquitylation of MHCII for subsequent
lysosomal degradation (46). Interestingly, SteD exploits this
degradation-promoting activity to reduce the expression of
important T cell activating ligands expressed on APCs,
including CD86/B7-2 which activated the key co-stimulatory
receptor CD28 (47), and the plasma membrane protein CD97
that is required to stabilize the IS formed with T cells (48)
(Figure 2, Table 1).

3.2 Direct Targeting of the T Cell IS by
Bacterial Pathogens
Since the seminal discovery that lymphotropic viruses such as
HIV-1 and HTLV-1 not only exploit the IS to evade the T cell
response but apply the same building principles to form the
virological synapse, a platform for cell-to-cell transmission, the
IS has attracted major interest as a target for immune evasion by
viral pathogens (86, 87). Whether and how bacterial pathogens
can subvert IS assembly to avoid T cell immunity not indirectly
by modulating DC activation and function, but directly, are
questions that are only beginning to be formulated. DCs are
present at the sites of infection where they can readily recognize
pathogens through their wide array of PRRs, orchestrating a
sophisticated response that not only optimizes their antigen
presentation capacity but also provides all the signals that T
cells require to differentiate to the most appropriate type of
effector. At variance, T cells continuously cycle between blood
and lymph and are activated in secondary lymphoid organs,
where DCs migrate following pathogen recognition. However, a
Frontiers in Immunology | www.frontiersin.org 6
number of bacterial virulence factors are released as soluble
factors that can be transported through the lymph to the closest
lymph node station, where they can interact with naïve T cells
and even enter them while not establishing a productive
infection, as exemplified by the T cell delivery of Shigella T3SS
effectors (88). Importantly, following their differentiation,
effector T cells, whether CTLs or Th cells, are recruited to the
site of infection to coordinate a combined attack with innate
immune cells against the invading pathogen. There, effector T
cells become a very relevant target for immune evasion.

Examples of IS targeting by bacterial pathogens are as yet very
few. However, the substantial body of information acquired on
how bacteria subvert pivotal cellular processes in host cells, such
as cytoskeletal dynamics and vesicular trafficking, which are
essential for IS assembly, suggests that we are looking at the tip
of the iceberg. In this section we will present arguments to
support this notion, discussing specific instances that provide
experimental evidence that the IS is exploited not only by viruses,
but also by bacteria, to evade T cell-mediated immunity.

3.2.1 Targeting the TCR and Co-
Stimulatory Molecules
A strategy that mirrors at the T cell side what we described above
on the APC side is downregulation of TCR expression, as
exemplified in Pneumococcus-related sepsis. Of note, T cells
from these patients also coordinately downregulated the
expression of the major co-stimulatory receptors CD28,
essential for T cell activation, and ICOS and CD40L, required
for T cell-dependent B cell maturation (61). A different
mechanism to modulate CD3 expression is exploited by M.
tubercolosis, involving degradation of its key component CD3z.
This is achieved through upregulation of the E3 ubiquitin ligase
Grail by manLAM (40). Although not tested directly,
downregulation of surface TCR is expected to impact on IS
assembly and local signaling, as witnessed by primary
immunodeficiency disorders with CD3 deficiency (89).

Staphylococcus aureus uses the amply characterized
mechanism of forced, antigen-independent TCR binding to
MHCII mediated by its toxins SEA, SEB and SEE to promote
massive T cell activation and inflammatory cytokine production
associated with defective anti-bacterial T cell response. These
toxins are able to elicit IS assembly with high efficiency and are in
fact used as surrogate antigens to study IS assembly in polyclonal
T cells. Interestingly, a different mechanism involving the
Staphylococcus superantigens SEA, SEB and TSST-1, has been
recently reported, based on cross-linking the co-stimulatory
receptor CD28 with its ligand B7.2 on APCs (62). Since CD28
co-localizes with the TCR at the cSMAC, this double locking
action is expected to lead to the generation of hyperstable and
hyperactive immune synapses.

Another example of co-inhibitory receptor targeting for T cell
suppression is CEACAM1 disabling by Neisseria gonorrhoeae.
CEACAM1 is expressed as two isoforms differing in the length of
its intracellular domain, with the long isoform endowed of two
immunoreceptor tyrosine-based inhibitory motifs (ITIM). The
gonococcal protein Opa52 interacts with CEACAM1 on CD4+ T
July 2022 | Volume 13 | Article 943344
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cells, leading to phosphorylation of its ITIM motifs and
recruitment of the tyrosine phosphatases SHP-1 and SHP-2,
which dampen TCR signaling (63). A similar strategy to suppress
CD4+ T cell activation is exploited by Fusobacterium nucleatum,
Neisseria meningitidis, Moraxella catarrhalis, and Haemophilus
influenzae, which also trigger CEACAM1 activation through
specific adhesins (90–92). At variance, CEACAM1 has been
recently reported to also act as a co-stimulatory receptor
essential for the activation and proliferation of CD8+ T cells,
preventing their exhaustion and promoting their antiviral
activity (93). Interestingly, CEACAM1 engagement leads to the
recruitment of Lck to the TCR and stabilizes this key initiating
kinase at the IS (93). This finding underscores the IS as a
potential important target of bacterial pathogens that produce
CEACAM1 ligands (Figure 2, Table 1).

3.2.2 Targeting Signaling at the IS
Major bacterial pathogens have the potential to target signaling
downstream of the TCR, thereby affecting IS assembly and stability.
M. tubercolosis exploits the manLAM-dependent upregulation of
Grail mentioned above for CD3z downregulation to coordinately
promote the degradation of essential mediators of the TCR
signaling cascade, including the initiating tyrosine kinases Lck
and ZAP-70, and the adaptor LAT required for signal
amplification and diversification (40). Again, deficiency of these
signaling mediators in experimental systems or primary
immunodeficiencies supports the potential negative impact of M.
tubercolosis in IS assembly. Another M. tubercolosis-derived
molecule, mycolactone, interferes with T cell activation by
inhibiting TCR signaling through an as yet unknown mechanism
(41), underscoring T cell activation -and by inference IS assembly-
as a relevant target for T cell disabling by M. tubercolosis.

Other pathogens have been reported to disrupt specific steps in
TCR signaling. One such example isYersinia pestis, which terminates
TCR signaling using one of its outer membrane proteins, the protein
tyrosine phosphatase YopH, that dephosphorylates key TCR
signalosome components, including Lck, LAT and SLP-76 (64–
67). Bordetella pertussis and Bacillus anthracis also suppress TCR
signaling from its earliest step -activation of Lck- by elevating the
cellular concentration of cAMP through their adenylate cyclase
toxins, CyaA and edema toxin, respectively (70, 71). At variance,
the H. pylori vacuolating cytotoxin (VacA) inhibits the Ca2
+-calcineurin pathway that is responsible for the activation of the
key transcription factor NF-AT by inducing plasma membrane
depolarization through its anion channel activity (57, 58).
Additionally, VacA perturbs TCR signaling through an
independent pathway triggered by its receptor-binding moiety,
which selectively enhances the activity of the MAP kinase p38 but
not Erk, leading to a dysfunctional MAP kinase network (57). That
these effects have the potential to target the IS is witnessed by the
ability of Bordetella pertussis CyaA to impair IS assembly through
local cAMP production (71, 72) (Figure 2, Table 1).

3.2.3 Targeting the Actin Cytoskeleton
IS assembly is coordinated by the interplay of the actin and
tubulin cytoskeletons. F-actin reorganization regulates multiple
Frontiers in Immunology | www.frontiersin.org 7
steps of IS formation, from integrin-mediated T cell adhesion to
its cognate APC, to the recruitment of TCR microclusters to the
cSMAC, to centrosome polarization beneath the synaptic
membrane, to the process of sorting of cargoes, including
TCRs, from early endosomes for their recycling to the IS to
sustain signaling (94). Bacterial pathogens are masters at
exploiting the host cell actin cytoskeleton for engulfment by
host cells and intercellular dissemination, as exemplified by
Shigella flexneri, Yersinia pestis and Salmonella enterica serovar
Typhimurium. This is achieved by a remarkable array of T3SS
effectors that promote actin remodeling by targeting directly or
indirectly the Rho GTPases. The strategies evolved to modulate
the activity of these small GTPases are multifarious, ranging
from Rho GEF mimics (e.g. Salmonella SopB and SopE), to
GAP mimics (e.g. Salmonella SptP, Yersinia YopE), to direct
modulators of the active (GTP-bound) or inactive (GDP-
bound) forms of Rho GTPases (e.g. the ADP-ribolysating
Clostridium C3 toxin; the Yersinia protease YopT), to the
process of F-actin filament assembly (e.g. Shigella IcsA and
Listeria ActA mimicking activators of the actin nucleator N-
WASP and of the actin adaptor Arp2/3, respectively; M.
tubercolosis MtSerB2-mediated dephosphorylation and
activation of cofi lin) (95, 96). By acting on F-actin
remodeling, these bacterial pathogens have the potential to
interfere with the highly regulated process of IS assembly.

Direct experimental evidence in support of this hypothesis
has been recently generated. Shigella had been previously shown
to directly impair T cell chemotaxis through its T3SS effector
IpgD, a lipid phosphatase that hydrolyses PI(4,5)P2, thus
preventing leading edge formation in which actin dynamics
plays a pivotal role (76). Recently Samassa and colleagues
demonstrated that Shigella promotes actin polymerization in
CD4+ T cell through an as yet unidentified T3SS effector which
leads to an increase in cell stiffness, thereby impairing the ability
of T cells to scan APCs for the presence of specific pMHC and
hence affecting the efficiency of T cell:APC conjugate formation,
which is sets the stage for IS assembly (77). Since other bacterial
pathogens may exploit their T3SS system to invade, albeit not
productively infect, T cells, they might exploit the actin-
subverting effectors to similarly affect IS formation. A similar
scenario can be hypothesized for the H. pylori vacuolating
cytotoxin VacA, which binds T cells by interacting with the
integrin LFA-1 (59) and triggers the activation of the Rho family
guanine nucleotide exchanger Vav1 and the downstream
activation of Rac1, leading to perturbations in the actin
cytoskeleton (57).

F-actin reorganization during IS assembly is critically controlled
by the dynamic redistribution of lipid kinases and phosphatases that
generate local pools of specific phosphoinositides. Actin clearance
from the IS center is required to generate the secretory domain
where exocytic and endocytic events occur. This is regulated by
depletion from the IS center of the lipid kinase PIP5K, which is
required to replenish PI(4,5)P2 at the synaptic membrane, thus
sustaining actin polymerization (97). Remarkably, modulation of
phosphoinositide signaling is a major target shared by a variety of
bacterial pathogens (98). An interesting example is the M.
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tubercolosis lipid phosphatase SapM, which dephosphorylates PI
(4,5)P2 and PI3P to regulate the early stages of microbial
phagocytosis and phagosome formation (35). Of note, while PI
(4,5)P2 is implicated in F-actin polymerization during IS assembly,
PI3P plays a crucial role in endosome trafficking, which is also
centrally implicated in IS assembly, as detailed in the following
section (Figure 2, Table 1).

3.2.4 Targeting Vesicular Trafficking
T cell activation requires TCR signaling to be sustained for
several hours (99). This is achieved through the sequential
mobilization of two TCR pools associated with the plasma
membrane and recycling endosomes, respectively (17–19).
Translocation of the centrosome towards the T cell:APC
contact sets the stage for the polarized delivery of
endosomal TCRs through their dynein-dependent transport
along the microtubules. This strategy is co-exploited by a
number of other receptors as well as membrane-associated
signaling mediators that modulate the TCR signaling cascade
(11, 12).

Vesicular trafficking is widely highjacked by bacterial
pathogens for infection as well as to disable the bactericidal
mechanisms of phagocytes. Major targets in this process are the
Rab GTPases, largely through the modulation of their activity by
a variety of virulence factors that act as GAPs or GEFs on specific
Rab family members (100). Examples of bacterial Rab GAPs are
M. tubercolosis Ndk (43), Salmonella enterica SopD2 (53),
Legionella pneumophila LepB (80) and Shigella VirA (78),
while examples of bacterial Rab GEFs are Legionella
pneumophila Lgp0393 (82) and DrrA/SidM (81). Additionally,
as mentioned in the previous paragraph, phosphoinositide
signaling, which is essential for endosome maturation through
recruitment of Rab proteins or their regulators or effectors, is
disrupted by phosphoinositide-specific virulence factors, such as
the phosphoinositide phosphatases M. tubercolosis SapM and
Salmonella enterica SopB (98). Hence, similar to phagocytes,
these factors may be expected to interfere with vesicular
trafficking in T cells, thereby impacting on IS assembly
and function.

Strong support to this hypothesis has been provided by the
finding that Shigella impairs IS assembly by disrupting the
polarized recycling of TCR-containing endosomes to the IS
through two T3SS effectors, the Rab1 GAP VirA and the Arf/
Arl targeting cysteine protease IpaJ (77). Additionally, we
have shown that forced expression of the Salmonella protease
GtgE, which cleaves and inactivates Rab29 and Rab8 (101,
102), similarly impairs IS assembly by inhibiting two
sequential steps in the vesicular transport pathway that
regulates polarized TCR recycling to the IS (54). Of note,
the activity of Rab32 is also modulated by Salmonella SopD2
acting as a GAP (53), highlighting a combined targeting of
Rab29 by distinct virulence factors of this pathogen. A
different strategy is exploited by Bordetella pertussis, which
uses its adenylate cyclase toxin CyaA to impair recycling of the
integrin LFA-1, leading to premature IS disassembly (71)
(Figure 2, Table 1).
Frontiers in Immunology | www.frontiersin.org 8
4 CONCLUSIONS AND OUTLOOK

Pathogens are masters in the art of spotting the vulnerabilities of
target cells and evolve strategies to either neutralize or subvert
these to their own advantage to infect target cells and evade
immune mediated destruction. As the platform where the T cell
response to antigen recognition is coordinated, the IS represents
one of such vulnerabilities. This is witnessed by evidence
accumulated over the past several years showing that the
processes that regulate IS assembly, from TCR signaling, to
cytoskeleton dynamics, to vesicular trafficking, are targeted by
lymphotropic viruses to thwart the antiviral T cell response and
infect neighboring cells while remaining undetectable (86, 87).
Interesting, IS targeting is exploited also by tumor cells to suppress
antitumor immunity through both contact-dependent and
-independent mechanisms, as amply documented in chronic
lymphocytic leukemia (103). Hence, it is not surprising that
bacterial pathogens have co-opted this strategy to evade T cell
mediated immunity. While the evidence supporting this notion is
as yet scant, it is likely to represent only the tip of the iceberg since
the cellular processes known to be disrupted or subverted by
bacterial virulence factors that coordinate infection of target cells,
such as cytoskeletal dynamics, membrane trafficking or
phosphoinositide signaling, are also centrally implicated in the
process of IS assembly. Hence studies focusing on the IS as target
of bacterial virulence factors are expected to provide major
insights into the mechanisms of immune evasion by bacterial
pathogens. Of note, bacterial pathogens that infect cells that are
transported to peripheral lymphoid tissues, such as DCs or
macrophages, can interfere with priming pathogen-specific T
cells. While pathogens that remain confined in infected tissues
may influence T cell priming through soluble factors that can be
transported by the lymph, their physical separation prevents them
from directly deploying the full array of virulence factors, targeting
rather APCs for targeting this process. However, naive T cells
differentiated to helper or cytotoxic effectors are recruited to the
site of infection to coordinate the fight against the pathogens in
concert with the innate immune cells. Since effector T cells
assemble immune synapses with target cells for the selective
delivery of cytokines and cytotoxic molecules, the potential IS-
modulating functions of bacterial virulence factors may be highly
effective to evade the effector mechanisms of these cells.
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98. Pizarro-Cerdá J, Kühbacher A, Cossart P. Phosphoinositides and Host-
Pathogen Interactions. Biochim Biophys Acta (2015) 1851:911–8.
doi: 10.1016/j.bbalip.2014.09.011

99. Iezzi G, Karjalainen K, Lanzavecchia A. The Duration of Antigenic
Stimulation Determines the Fate of Naive and Effector T Cells. Immunity
(1998) 8:89–95. doi: 10.1016/s1074-7613(00)80461-6

100. Spanò S, Galán JE. Taking Control: Hijacking of Rab GTPases by
Intracellular Bacterial Pathogens. Small GTPases. (2018) 9:182–91.
doi: 10.1080/21541248.2017.1336192

101. Spanò S, Liu X, Galán JE. Proteolytic Targeting of Rab29 by an Effector
Protein Distinguishes the Intracellular Compartments of Human-Adapted
and Broad-Host Salmonella. Proc Natl Acad Sci USA (2011) 108:18418–23.
doi: 10.1073/pnas.1111959108

102. Savitskiy S, Itzen A. SopD From Salmonella Specifically Inactivates Rab8.
Biochim Biophys Acta Proteins Proteom. (2021) 186:140661. doi: 10.1016/
j.bbapap.2021.140661

103. Ramsay AG, Clear AJ, Fatah R, Gribben JG. Multiple Inhibitory Ligands
Induce Impaired T-Cell Immunologic Synapse Function in Chronic
Lymphocytic Leukemia That can be Blocked With Lenalidomide:
Establishing a Reversible Immune Evasion Mechanism in Human Cancer.
Blood (2012) 120:1412–21. doi: 10.1182/blood-2012-02-411678

Conflict of Interest: The authors declare that the research was conducted in the
absence of any commercial or financial relationships that could be construed as a
potential conflict of interest.

Publisher’s Note: All claims expressed in this article are solely those of the authors
and do not necessarily represent those of their affiliated organizations, or those of
the publisher, the editors and the reviewers. Any product that may be evaluated in
this article, or claim that may be made by its manufacturer, is not guaranteed or
endorsed by the publisher.

Copyright © 2022 Capitani and Baldari. This is an open-access article distributed under
the terms of the Creative Commons Attribution License (CC BY). The use, distribution or
reproduction in other forums is permitted, provided the original author(s) and the
copyright owner(s) are credited and that the original publication in this journal is cited, in
accordance with accepted academic practice. No use, distribution or reproduction is
permitted which does not comply with these terms.
July 2022 | Volume 13 | Article 943344

https://doi.org/10.1084/jem.20041557
https://doi.org/10.1084/jem.20041557
https://doi.org/10.1002/j.1460-2075.1989.tb03477.x
https://doi.org/10.1073/pnas.92.14.6572
https://doi.org/10.1016/j.chom.2011.03.010
https://doi.org/10.1111/cmi.13166
https://doi.org/10.1073/pnas.1902922116
https://doi.org/10.1242/jcs.105.3.699
https://doi.org/10.1038/nature06336
https://doi.org/10.1016/j.devcel.2006.05.013
https://doi.org/10.1371/journal.pone.0118683
https://doi.org/10.1371/journal.pone.0118683
https://doi.org/10.1074/jbc.272.20.13326
https://doi.org/10.1084/jem.20030527
https://doi.org/10.1073/pnas.1131604100
https://doi.org/10.1038/nri2041
https://doi.org/10.1111/cmi.12944
https://doi.org/10.1111/cmi.12944
https://doi.org/10.1080/21645515.2019.1594132
https://doi.org/10.1186/1471-2180-10-117
https://doi.org/10.1080/20002297.2018.1565043
https://doi.org/10.3389/fcimb.2021.69254
https://doi.org/10.1038/s41467-018-04832-2
https://doi.org/10.1038/s41467-018-04832-2
https://doi.org/10.3389/fcell.2019.00110
https://doi.org/10.3389/fcell.2019.00110
https://doi.org/10.1016/j.yexcr.2013.04.021
https://doi.org/10.1016/j.yexcr.2013.04.021
https://doi.org/10.1002/1873-3468.13173
https://doi.org/10.1016/j.immuni.2018.08.017
https://doi.org/10.1016/j.bbalip.2014.09.011
https://doi.org/10.1016/s1074-7613(00)80461-6
https://doi.org/10.1080/21541248.2017.1336192
https://doi.org/10.1073/pnas.1111959108
https://doi.org/10.1016/j.bbapap.2021.140661
https://doi.org/10.1016/j.bbapap.2021.140661
https://doi.org/10.1182/blood-2012-02-411678
http://creativecommons.org/licenses/by/4.0/
https://www.frontiersin.org/journals/immunology
http://www.frontiersin.org/
https://www.frontiersin.org/journals/immunology#articles

	The Immunological Synapse: An Emerging Target for Immune Evasion by Bacterial Pathogens
	1 Introduction
	2 The Immunological Synapse
	3 How Bacterial Infection Affects IS Assembly
	3.1 Indirect Modulation of IS Assembly by Bacterial Pathogens Through APC Targeting
	3.1.1 Inhibition of MHCII Expression
	3.1.2 Inhibition of Antigen Processing
	3.1.3 Inhibition of MHCII Loading and Trafficking
	3.1.4 Degradation of MHCII and T Cell Co-Stimulatory Ligands

	3.2 Direct Targeting of the T Cell IS by Bacterial Pathogens
	3.2.1 Targeting the TCR and Co-Stimulatory Molecules
	3.2.2 Targeting Signaling at the IS
	3.2.3 Targeting the Actin Cytoskeleton
	3.2.4 Targeting Vesicular Trafficking


	4 Conclusions and Outlook
	Author Contributions
	Funding
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /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 false
  /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 1
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages false
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /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 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 false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /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 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 false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages false
  /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 <<
    /ENU (T&F settings for black and white printer PDFs 20081208)
  >>
  /ExportLayers /ExportVisibleLayers
  /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
      /BleedOffset [
        0
        0
        0
        0
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /ClipComplexRegions true
        /ConvertStrokesToOutlines false
        /ConvertTextToOutlines false
        /GradientResolution 300
        /LineArtTextResolution 1200
        /PresetName ([High Resolution])
        /PresetSelector /HighResolution
        /RasterVectorBalance 1
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


