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Abstract

Intestinal bacteria form a resident community that has co-evolved with the mammalian host. In
addition to playing important roles in digestion and harvesting energy, commensal bacteria are
crucial for the proper functioning of mucosal immune defenses. Most of these functions have been
attributed to the presence of large numbers of “innocuous” resident bacteria that dilute or occupy
niches for intestinal pathogens or induce innate immune responses that sequester bacteria in the
lumen, thus quenching excessive activation of the mucosal immune system. However it has
recently become obvious that commensal bacteria are not simply beneficial bystanders, but are
important modulators of intestinal immune homeostasis and that the composition of the microbiota
is a major factor in pre-determining the type and robustness of mucosal immune responses. Here
we review specific examples of individual members of the microbiota that modify innate and
adaptive immune responses, and we focus on potential mechanisms by which such species-
specific signals are generated and transmitted to the host immune system.
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Introduction

Commensal bacteria are indispensable for the normal function of the mammalian organism.
It is well known that our ability to extract energy and nutrients from food depends on the
presence of resident gut bacteria, the intestinal microbiota. In the course of evolution, this
symbiotic relationship has allowed the host to overcome dietary restrictions and take
advantage of otherwise unusable resources and habitats and has provided the
microorganisms with a safe and nourishing environment. The co-evolution has resulted in
almost complete co-dependence of the respective parties. Beyond digestion and metabolism,
the microbiota also play vital roles in the protection of the host from potentially pathogenic
microbes. In principle, such protection can be executed by activation of specific arms of the
immune system, resulting in a reduced microbial burden, or elicitation of target cell
responses, e.g. in epithelial cells, that confer host tolerance to microbes that would,
otherwise, be pathogenic. One of the major puzzles in mucosal biology has been how the
host tolerates the enormous intestinal bacterial burden and the potential immunogenicity of
these organisms. Not much is currently known about host regulatory programs that
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contribute to tolerance towards commensal bacteria without reducing their numbers,
although recent studies suggest that such programs do exist [1]. However, there has been
substantial progress in understanding some of the ways used to keep pro-inflammatory
immune mechanisms in check under normal physiological conditions. These involve
establishment of immunological “ignorance” through physical sequestration of the bacteria
in the lumen and induction of anti-inflammatory processes in the mucosal tissues.

It is now also appreciated that commensal bacteria have important functions in modulating
the homeostasis of mucosal immune cell subsets, and specific examples have recently been
described. These functions of commensals, albeit subtle at steady state, can have profound
consequences during environmental challenge, and therefore affect the immunological
fitness of the organism. They appear to be mediated by unique bacterial products, suggesting
that microbial components that elicit specific host immune functions have been
evolutionarily selected. Here we review these functions of the microbiota, and focus on
potential mechanisms for maintenance of homeostasis by specific members of this
community.

Commensal bacteria promote epithelial barrier function and evoke immune
system-mediated protection of the mucosa

Sequestration in the lumen has been postulated to keep the systemic immune system
generally unresponsive to commensal bacteria by preventing the two components from
coming in contact under normal circumstances [2]. This state is known as immunological
ignorance and is distinct from immunological tolerance, which involves the directed deletion
or inactivation of cells with antigen-specific immune receptors [3,4]. At least some of the
mechanisms securing the physical separation are induced by the bacteria themselves,
possibly as an evolutionary adaptation to preserve mutualism. Signals from intestinal
bacteria may promote integrity of the epithelial barrier and have been shown to regulate
tight junctions and protect intestinal epithelial cells (IECs) from injury by controlling the
rate of IEC proliferation and inducing cytoprotective proteins [5-9]. Commensal bacteria
also induce the production and export in the intestinal lumen of secretory IgA (SIgA) and
anti-microbial peptides (AMPs), such as Regllly and alpha-defensins [10-13]. Microbial
colonization stimulates the secretion of mucins from intestinal goblet cells. Mucins may
participate directly in limiting intestinal infections by adhering to pathogens [14,15].
However, their main function is to form the backbone of the mucus covering the epithelial
surface. The colonic mucus consists of two layers and although both layers contain MUC2
as a main structural component, the inner layer, which is firmly attached to the IECs is more
viscous and difficult for bacteria to penetrate [16]. The inner layer also serves to entrap
most of the secreted anti-microbial peptides and SIgA, with the former being almost
undetectable in the lumen [17]. As a result, the inner mucus layer is nearly free of bacteria
[16¢], preventing the bulk of the commensals from directly contacting the epithelial surface
and the immune system. The importance of this sequestration is evident from studies in
Muc2-deficient mice that develop spontaneous intestinal inflammation and increased
susceptibility to intestinal infections due to an increased epithelial access of intestinal
bacteria [18,19]. The mucus may also provide a medium in which bacterial-derived
metabolites with important signaling functions are secreted and concentrated. Thus the
mucus layer may promote mutualism by keeping bacteria at bay and restricting overt
immune stimulation, while at the same time facilitating host-commensal or commensal-
commensal crosstalk through the diffusion of bacterial products.

In spite of the mucus barrier and the containment of bacterial growth by AMPs, commensal
bacteria are detected by the mucosal immune system. Direct sampling is mediated by M
cells in Peyer’s patches, which is important for generation of antigen-specific responses,
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such as SIgA production. Luminal sensing may also occur through the extension of lamina
propria (LP) dendritic cell (DC) projections into the lumen [20], which requires the presence
of intestinal microbiota acting through TLRs [21].

Signals from intestinal bacteria are also continuously transmitted to the epithelium and are
involved in maintaining tissue and immune homeostasis [22,23]. Loss of TLR signaling
leads to exacerbation of intestinal inflammation when the epithelium is breached [9], and
MyD88 ablation in Paneth cells results in loss of Regllly production and defects in epithelial
barrier function [24]. Commensal or non-pathogenic bacteria, mostly through TLR-mediated
signals, can also inhibit NF-kB activation in IECs by multiple mechanisms [25]. These
include inhibition of the pathway activator IRAK1 [26,27] and inhibition of the degradation
of the pathway inhibitor IxBa. [28] by microbiota-derived products, or the diversion of
nuclear NF-kB by the peroxisome proliferator-activated receptor-y (PPARY) [29]. All of
these mechanisms facilitate mutualism by decreasing tissue-damaging immune responses to
commensal bacteria at steady state. What then is the role and relative importance of
individual microbiota components?

Individual commensal bacteria modulate immune homeostasis through
distinct mechanisms

It has been appreciated for a long time that beneficial bacteria exist, as exemplified by
numerous studies on probiotics. Probiotics are bacterial species that exert beneficial health
effects upon intestinal colonization. The model probiotics, Lactobacillus and
Bifidobacterium spp, can inhibit the growth of intestinal pathogens by producing
bactericidal compounds or metabolites that lower intestinal pH [30]. Other mechanisms such
as induction of anti-inflammatory or protective cytokines have also been proposed, although
the exact effects and mode of action of individual probiotics are likely to be quite different
and are largely unknown. At the other end of the spectrum, the outgrowth, or loss, of certain
components of the microbiota correlates with intestinal disease in both mouse and human
[31-33]. In animal models, pathogenic changes in the composition of microbiota have been
found upon breakdown of host immune homeostasis mechanisms [34], and in humans there
can be similar dysbiosis following treatment with antibiotics, particularly in
immunocompromised individuals [35]. Moreover, it has been possible to identify individual
commensal components associated with or responsible for these effects, such as the loss of
Faecalibacterium prauznitsii-mediated protective effects in inflammatory bowel disease
patients [36¢], or the expansion of pro-collitogenic Klebsiella pneumoniae and Proteus
mirabilis in the Thet” Rag ™ ~ mouse spontaneous colitis model [37¢¢].

Several studies have shown that the compaosition of the microbiota can influence obesity and
energy balance [38] [39], and, more recently, effects of the microbiota on immune
homeostasis have also been demonstrated. The first such example was the finding that
mono-colonization of germ-free mice with a human commensal, Bacteroides fragilis,
reversed the Th1/Th2 balance by inducing systemic Th1l responses [40]. This function was
mediated by polysaccharide-A (PSA), a unique surface polysaccharide of B. fragilis. This
bacterium was subsequently shown to induce anti-inflammatory responses and to alleviate
intestinal inflammation through a process dependent on the cytokine IL-10, which may be
produced by newly-induced regulatory T cells (Treg) [41e,42]. Injection or feeding mice
with PSA was sufficient to replicate the B. fragilis immune effects. Thus, a resident
intestinal bacterial species, through the production of a unique product, can affect systemic
T cell homeostasis and mucosal immune responses.

Because B. fragilis is a human rather than mouse commensal, its effects in the mouse may or
may not reflect evolutionarily selected commensal functions. However, there are now
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examples of mouse commensal microbes that can modulate the homeostasis of murine
intestinal mucosal immune cell subsets. The first such example is the segmented filamentous
bacteria (SFB), which were found to regulate the abundance of lamina propria Th17 cells
[43ee,44¢¢]. SFB embed into the membranes of ileal epithelial cells, and are likely to initiate
signals in these cells by way of this association. Although SFB were also reported to
influence the abundance of other T cell subsets [44¢], possibly due to differences in strains
used, they have been specifically associated with Th17 cell numbers in several studies [43ee,
45+ ,46¢]. Colonization of germ-free mice with a number of other defined commensal species
or diverse microbiota lacking SFB did not induce Th17 cell differentiation [43ee,47¢].
Moreover, colonies of conventionally raised mice that possess diverse microbiota, but lack
both Th17 cells and SFB, have been identified [47¢]. The presence of SFB and Th17 cells in
the context of normal microbiota was shown to modulate the nature of preexisting immune
responses. Thus, SFB colonization influenced the proportion of systemic Th17 cells and
exacerbated Th17 cell-mediated disease in mice with genetic predisposition to autoimmune
arthritis or with induced experimental autoimmune encephalomyelitis (EAE) [46¢,48]. At
the same time, SFB colonization, possibly through the induction of IL-17 and IL-22,
enhanced mucosal protection against an enteropathogenic bacterium, Citrobacter rodentium
[43e°]. Thus, although SFB does not induce a profound pro-inflammatory immune response,
it affects the intestinal effector T cell balance, which in turn has significant consequences for
the outcome of diverse immune challenges. This suggests that SFB may have been
evolutionarily acquired for their effect on the host’s immunological fitness, and may
contribute to the composition of the microbiota by restraining growth of potentially
pathogenic microbes. SFB have been described in numerous vertebrate species, including
mouse, rat, chicken, pig, and trout, but have not been described in human [43e]. Until now,
only the 16S rRNA sequence of SFB has been available, and closely related 16S rRNA
sequences have not been found in metagenomic studies of human microbiota, which may be
due to limited sampling of humans. Alternatively, unique immunomodulatory mechanisms
encoded by SFB may be conserved in related bacteria that colonize humans. Annotation of
the full SFB genomic sequence may hence help identify such human commensals by
exploring conservation of functional genetic modules in bacteria that colonize diverse
mammalian species.

Regulatory T cells (Tregs) are another highly enriched T cell subset in the intestinal lamina
propria, particularly in the large intestine. They are critical for the maintenance of intestinal
homeostasis, and their numbers and phenotypes are also likely to be affected by signals from
unique microbiota components. Although Foxp3™* Tregs are present and functional in the
absence of microbiota [47+,49], gut bacteria may still modify the phenotype of Foxp3*
Tregs. In particular, inducible Tregs are generated from unpolarized CD4* T cells in the
intestine in response to production of TGF-f and, potentially, retinoic acid, by cells of the
innate immune system. CD103* lamina propria dendritic cells have been shown to encode
the enzymatic machinery necessary to convert vitamin A to retinoic acid, and have been
proposed to convey signals from the microbiota to direct Treg differentiation [50]. Natural
Treg cells, generated in the thymus, are also found in gut mucosa, and may represent the
bulk of Treg cells in the absence of microbiota or of specific components that induce Treg
cell polarization. Commensal bacteria have been reported to induce not only Foxp3, but also
IL-10 expression in the terminal ileum [44e¢], and production of this immunosuppressive
cytokine may be critical for control of inflammation induced by potentially pathogenic
microbes, e.g. Helicobacter in the colon [41ee]. In our studies, the relative proportions of
Foxp3* Tregs were higher in the small intestine of germ-free animals compared to
conventionally reared animals, and were reduced upon introduction of commensal bacteria
[47<]. This agrees with reports that DNA derived from commensal bacteria suppresses Treg
differentiation in a TLR9-dependent manner [51e¢]. Interestingly, the TLR9 effect is
mediated by DNA from some, but not all, commensal bacteria [52]. Different rules appear to
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be in place in the colon, where commensal bacteria have a positive effect on Treg numbers.
B. fragilis colonization has been reported to boost IL-10 production in Tregs in the colon in
a PSA-dependent fashion [42], although the effect of PSA on Foxp3* Treg proportions was
marginal. A more comprehensive comparison of the effects of different commensal bacteria
in a recent study demonstrated that a combination of spore-forming species of the genus
Clostridium induced robust differentiation of inducible Foxp3* and I1L-10* Tregs in the
mouse colonic lamina propria [53+¢]. The Clostridium species belonged to clusters IV and
XIVa. Interestingly, the aforementioned human commensal Faecalibacterium prauznitsii,
which is decreased in Crohn’s disease patients and is associated with regulatory intestinal
responses in humans, belongs to cluster 1V and is phylogentically related to some of the
mouse Treg inducing strains [36¢]. The effect of the Clostridia was at least partially
mediated by induction of TGF-§3 from IECs and boosting Clostridium numbers in neonatal
mice increased resistance to colitis and suppressed systemic IgE responses [53¢¢].

The studies described above mark the beginning of what will likely be numerous examples
of immunomodulatory commensal species. The particular combination of these species in an
individual or along the gastrointestinal tract would be expected to generate distinct immune
environments in the host and in such way regulate immune responses. For example, the
relative representations of SFB and cluster 1V and XIVa Clostridia will control the balance
between Th17 cells and inducible Treg and differences in the colonization abilities of these
commensals may be responsible for the compartmentalization of mucosal immune
responses, e.g. the prevalence of Th17 cells in the terminal ileum or Tregs in the colon
(Figure 1).

Mechanisms by which specific commensal bacteria affect immune
homeostasis

How may specific components of the microbiota exert their immunomodulatory effects? The
interaction of SFB with the host organism presents the opportunity to study this problem in
the context of induction of Th17 cells. A unique feature of SFB is their close association
with IECs. SFB form long filaments, that attach to IECs in the terminal ileum [54].
Although the organization of the mucus may differ between the small and the large
intestines, SFB must possess mechanisms for penetrating the mucus barrier. Such
mechanisms have been described for other bacteria. For example Helicobacter pylori uses
urease to lower mucus viscosity and Campilobacter jejuni and Salmonella spp have
modified flagella for penetrating the mucus [55,56]. Once they penetrate the inner mucus
layer, SFB surface molecules may engage specific IEC receptors to mediate anchoring and
possibly also signaling, either through receptor ligation or through secretion of bacterial
effector molecules that activate signaling pathways for production of cytokines. IEC
cytokines have indeed been shown to be crucial for modulation of immune responses
[13,57]. Mucosa-associated bacteria in general, and SFB in particular, could also be
expected to be preferentially detected by interdigitating DCs and therefore may exert their
immunomodulatory functions through DC signaling, activation, or antigen-presentation
(Figure 2).

Another mechanism by which SFB, and individual microbiota components in general, may
induce specific immune functions is through the secretion or release of unique metabolites
or metabolic enzymes. This mechanism allows for the generation of bacteria-specific
substances that function as immune modulators. Because they are specific for particular
bacterial taxa, from an evolutionary point of view, their integration into the host-commensal
dialogue would be expected to help establish the bacterial taxon as a critical member of the
microbiota. How this may be achieved can only be speculated on at this time. For example,
SFB or SFB-induced cytokines, such as IL-17 or IL-22, may induce upregulation of SFB-
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binding receptors on IECs or the production of secreted products that may aid SFB
colonization. Indeed, SFB induce both SIgA and AMP production [43,58], which may help
restrict competitive microbiota and provide a growth advantage for SFB. There are several
ways by which bacteria-specific immunomodulatory factors may be generated: 1) the
bacteria may secrete unique metabolic products; 2) the bacteria may release factors that
modify host or other microbiota factors in the extracellular matrix to generate new
molecules with unique signaling properties; 3) the bacteria may secrete enzymes that modify
host or other microbes’ metabolic pathways and generate unique alternative byproducts or
branches in a pathway that deplete original end products. The resulting unique metabolites
can affect immune functions in different ways (Figure 2). They may bind to receptors on
IECs and activate signaling pathways. They may penetrate the epithelium or be taken up by
DCs, activating intracellular or cytosolic pathways. They may be deposited on extracellular
matrix proteins, or on the surface of bacteria, changing their activity or their detection by
immune cells. They may affect glycosylation patterns on surface receptors and hence modify
their function. They may translocate to the circulation and affect systemic immunity. The
possibilities go on and on.

Although studies examining the relative contribution of individual commensal species in
vivo are at their onset, examples of bacterial taxon-specific metabolic products that affect
mucosal and systemic immunity have been accumulating. PSA from Bacteroides fragilis,
discussed above, is one example. Some probiotic and commensal bacteria secrete
metabolites that can elicit responses in epithelial and other immune cells [59,60].
Peptidoglycan derived from certain commensal bacteria may enhance neutrophil function
through Nod1 [61]. Commensal bacteria-derived ATP may enhance Th17 cell differentiation
by activating P2X receptors on LP DCs [62¢], and this may be a property of a distinct subset
of intestinal bacteria. The ability of commensal bacteria to process nutrients leads to the
generation of intermediates and metabolites that may have immunomodulatory functions.
The glycan foraging ability of certain members of the microbiota is indispensable for the
digestion of complex indigestible polysaccharides. Some commensal bacteria such as
Bacteroides thetaiotaomicron possess an extraordinarily large collection of carbohydrate
processing genes, which are absent from mammalian hosts [63]. One of the main byproducts
of the activity of these members of the microbiota are short-chain fatty acids (SCFA) [64],
which are important modulators of immune processes including chemotaxis, proliferation
and cytokine production, and have anti-inflammatory effects on both colonic IECs and
lymphocytes [65-67]. Commensal production of SCFA by certain beneficial bacterial
species has also been shown to alleviate intestinal inflammation mediated by the expansion
of the colitis-causing commensals Klebsiella pneumoniae and Proteus mirabilis in the
absence of innate immune defenses [68] underscoring the importance of commensal
bioproducts in this crosstalk. Dietary metabolites may also influence the commensal-
immune dialogue by affecting the composition of the microbiota, which in turn affects
immune homeostasis as demonstrated by the loss of Th17 cell-inducing bacteria in the
absence of retinoic acid due to dietary vitamin A restriction [69].

The above examples support the idea that metabolic products derived from different
members of the microbiota can serve as important modulators of immune homeostasis. The
integration of such products into the crosstalk between bacteria and the immune system may
represent an evolutionary adaptation of distinct commensal taxons that contributed to their
being adopted as members of the host microbiota. At the same time, in the spirit of co-
evolution of host and microbe, it has been proposed that the need to preserve commensal gut
bacteria with unique metabolic benefits (e.g. complex polysaccharide utilization) may have
led to corresponding adaptations of the host immune system and may represent a major
driving force in the evolution of mucosal immunity [70,71].
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Final thoughts

Most immune responses induced by commensals activate mechanisms that prevent bacteria
from coming into direct contact with the immune cells of the host. These include AMP
secretion, SIgA production, mucus generation, etc. These responses help establish
mutualism by making the bacteria “invisible” to the immune system. Evasion strategies are
regularly used by intestinal pathogens. However, certain intestinal pathogens have adopted a
different strategy, making themselves more “evident” to the immune system by inducing
inflammation. They have also developed mechanisms to counteract the anti-bacterial effects
of inflammation, thus gaining a competitive advantage in the gut microenvironment [72].
Salmonella tymphimurium, for example, combines the use of microbiota-derived metabolic
products and host-derived reactive oxygen species induced by the inflammation following
infection to establish a growth advantage and outcompete commensal bacteria [73+¢]. We
propose that some commensal bacteria have developed mechanisms to specifically activate
the immune system and affect immune homeostasis. These mechanisms may skew the
intestinal immune balance toward one or another effector T cell subset, for example. Thus,
regulatory T cells may be induced to suppress pro-inflammatory responses and counteract
the tactics of inflammation-dependent pathogens, such as Salmonella, while protective
adaptive immune mechanisms, e.g. Th17 or Thl cell differentiation, may be evoked to
increase host fitness in fending off infectious organisms that try to evade inflammatory
responses. The particular assortment of taxons in the individual’s microbiota may therefore
pre-determine the nature and strength of the mucosal immune response during an
environmental challenge. The benefits of each of the induced mechanisms would help
preserve the corresponding microbial entities in the commensal repertoire of the host
species. At the same time, the subtlety of the induced changes in immune homeostasis may
allow for a diverse intraspecies representation of these microbial entities. This may explain
why, despite the presence of a core microbiome, there is a vast diversity in the microbiota
composition between individuals [74ee,75¢¢]. This model of “flexibility within constraints”
posits that microbiota specificities are preserved within the species, yet individuals have
diverse combinations of these specificities and therefore have different immune responses
under the same environmental challenge. In combination with the genetic diversity of the
host, the breadth of colonization with microbiota would thus guarantee adequate immune
protection for the population as a whole. Consequently, perturbations of this evolutionarily
established balance at the population level could result in changes in immunological fitness
of the species. For example, the loss from the human population of individual members of
the microbiota with immunomodulatory functions, due to the increase of modern practices
such as widespread antibiotic usage, may be expected to decrease immunological fitness and
can explain the rise of certain diseases, as has been postulated by the “disappearing
microbiota” hypothesis [76].

An evolutionarily selected, balanced microbial community is present in the host intestine
where it performs vital physiological functions and modifies immune homeostasis. The
identification of the relative contributions of the members of this community or their gene
products as well as their mechanisms of immune modulation will be invaluable in generating
new strategies to regulate mucosal and systemic immune responses in health and disease.
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Figure 1. Immunomodulatory commensal species control the Th17:Treg balance
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The balance between Th17 cells and Treg in the lamina propria is controlled by the relative

representation of Th17 cell inducing species of the microbiota, such as SFB, and Treg

inducing species, such as Clostridia from clusters 1V and XIVa. In the small intestine, SFB,
and possibly other unidentified Th17 cell-inducing commensal species, are overrepresented
and Clostridia underrepresented, which leads to an abundance of Th17 cells in this location
[43e¢]. Clostridia colonize preferentially cecum and colon, where they are responsible for the
overwhelming representation of Treg [53e]. In this way, the composition of the microbiota
directs the nature of the immune response in these two locations.
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Figure 2. Modulation of immune homeostasis by signals from commensal bacteria

Most commensals cannot penetrate the mucus barrier. However, certain members of the
microbiota, such as segmented filamentous bacteria (SFB), can reach the epithelial surface
and establish direct contact with the host tissue. SFB and other mucosa-associated bacteria
may therefore engage receptors and downstream signaling pathways in intestinal epithelial
cells (IECs) that can lead to the production of IEC cytokines. In addition, mucosa-associated
bacteria may be readily detected by interdigitating dendritic cells. Both types of commensals
may exercise their immunomodulatory effects through the secretion of specific metabolites.
These metabolites would in turn engage IEC receptors or translocate to the lamina propria.
They may also diffuse in the mucus layer and modify its local composition or affect signals
from other commensal or pathogenic bacteria. Ultimately the integration of signals from
multiple microbiota components can affect the homeostasis of effector immune cells in the
lamina propria, which will dictate the nature of the host immune response during an
environmental challenge, such as intestinal infection. Signals from immune cells in the
lamina propria in turn affect microbiota composition and function in the lumen to help
establish mutualism, immune balance and an individual’s level of protection.
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