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1. INTRODUCTION
The outcome of natural infections with pathogenic mycobacteria can range from early
asymptomatic clearance through latent infection to clinical disease. Different host and
pathogen- specific factors have been implicated in determining the outcome of these
infections; however, it is clear that the interaction of mycobacteria with the innate and
acquired components of the immune system plays a central role. Specifically, the
recognition of mycobacterial components by innate immune cells through different pathogen
recognition receptors (PPRs) induces a cytokine response that can promote early control of
the infection. In fact, in the majority of individuals that come into contact with
mycobacteria, this response is enough to control the infection. Among PRRs, Toll-like
receptors (TLRs), Nucleotide Oligomerization Domain (NOD)-like receptors and C-type
lectins have all been implicated in recognition of mycobacteria and in the initiation of the
cytokine response. Defining the mechanisms by which distinct mycobacterial components
and their receptors stimulate the immune response is an area of intense research.

The innate cytokine response is critical to determining the subsequent acquired immune
response, which is essential to pathogen control once the infection is established. It is
thought that T helper (Th)1 cells, characterized by the secretion of Interferon (IFN)γ are key
in the control of mycobacterial infections. However, the magnitude of the Th1 response does
not always correlate with bacterial clearance or increased resistance. Th17 cells and
regulatory T cells (Tregs) are also induced upon infection; however, their role in the
protective immune response is still under investigation. Furthermore, the chronic nature of
mycobacterial infection results in constant activation of the immune response which
eventually leads to the development of granulomatous structures that allow both
containment and transmission of the disease. While we do not fully understand the
mechanisms that underlie the generation of the granuloma, cytokines are known to play a
central role in the initiation and maintenance of these structures and thus have a critical
impact on both the generation of protective immunity and the development of pathological
consequences. Therefore, it is important that we define the role and mechanisms of action of
different cytokines at different stages of mycobacterial infection. This knowledge will
improve our understanding of how host resistance is induced, maintained and regulated, and
provide a basis for potential prophylactic and therapeutic interventions.

In this chapter we will provide an overview of the roles of the major cytokine families that
are produced during the innate and acquired immune response to mycobacteria, in particular
to M. tuberculosis. The modes of action of these cytokines and their impact in the control of
infection and development of pathological consequences will also be discussed.
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2. THE IL-12 FAMILY: INITIATORS AND REGULATORS OF ACQUIRED
IMMUNITY

The IL-12 family of cytokines comprises 4 heterodimeric members: IL-12p70, IL-23, IL-27
and the newest member of the family, IL-35. These cytokines share homology at the subunit,
receptor and signaling levels and play distinct roles in the generation and maintenance of
acquired immune responses to mycobacteria. Both IL-12p70 and IL-23 share the IL-12p40
subunit that is covalently bound to IL-12p35 to form IL-12p70 or to IL-23p19 to form
IL-23. On the other hand, IL-27 is formed by the association of Epstein-Barr Virus-Induced
gene 3 (EBI3) and the subunit IL-27p28. While EBI3 resembles IL-12p40 and IL-27p28 is
related to IL-12p35, EBI3 and IL-27p28 are not covalently bound and they can be secreted
by different cells to heterodimerize in the extracellular compartment. This difference can
have important implications in the biological activity of the single subunits as it was recently
shown that IL-27p28, when not bound to EBI3, can act as an antagonist for IL-6 signaling
(1). Finally, IL-35 is formed by the association of IL-12p35 and EBI3 subunits. This
cytokine is the most recent member of the IL-12 family and its function is still under
scrutiny. However, recent data point to an immunoregulatory role of IL-35, as regulatory T
cells (Tregs) seem to be an important source of this cytokine (2).

2.1. THE IL-12 FAMILY IN THE INITIATION OF AQUIRED IMMUNITY TO MYCOBACTERIA
Upon infection with M. tuberculosis, bacilli are deposited in the lower airways where they
are thought to be initially phagocytosed by resident myeloid populations, including dendritic
cells (DCs) and macrophages. In the mouse aerosol model of infection, M. tuberculosis
grows in an unrestricted manner for the first twenty days of infection, followed by growth
arrest corresponding to the accumulation of IFNγ-producing T cells in the lung (3–5).
Recent data suggest that the T cell response is initiated in the draining lymph node (dLN) of
the lung between days 7 and 10 post-infection (6–8). Since the lung is the main site of
infection, it is likely that the DCs that pick up bacteria or antigen migrate from the lung to
the dLN where they present antigen and initiate the T cell response (figure 1) (9). In the
dLN, both IFNγ- and IL-17-producing T cells are induced and these cells then migrate to the
lung where they exert effector function.

IL-12p70 is the critical factor that drives the generation of IFNγ-producing T cells that are
thought to be essential for bacterial control (10). Indeed, deficiencies in the IL-12 or IFNγ
signaling pathways have been associated with human susceptibility to tuberculosis (11).
Similarly, in the mouse model, the absence of IL-12p35 (and therefore IL-12p70) is
associated with increased susceptibility to infection, corresponding with a significant
reduction in the number of antigen-specific, IFNγ-producing T cells in the lung (12).
However, these mice still have an adaptive IFNγ response, which is virtually nonexistent in
mice that lack both IL-12p35 and IL-23p19 (IL-12p70 and IL-23 double deficient mice) or
IL-12p40 (12, 13) suggesting that, IL-23 can compensate for the absence of IL-12p70 and
induce IFNγ-producing T cells. This response is not potent enough to maintain long term
control of the infection, supporting an important role of IL-12p70 in maintenance of long-
term Th1 responses. The main role for IL-23 during mycobacterial infection is the
maintenance of the IL-17 response (14). Indeed, mice deficient in IL-23p19 are unable to
maintain IL-17-producing cells or IL-17 mRNA expression in the lung throughout infection
(13). However, there is still an IL-17 response in the absence of IL-23p19 in the dLN
suggesting that, as in other models of disease, IL-23 is not required to initiate the Th17
response but it is critical to sustain it (15, 16).

Unlike IL-12p70 and IL-23, IL-27 appears to play mostly a regulatory role during
mycobacterial infections. IL-27 was originally described as a Th1 differentiating factor in
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vitro (17); however, in vivo, in distinct infection models, including the M. tuberculosis
aerosol infection model, the absence of IL-27 activity does not significantly compromise the
generation of protective IFNγ-producing cells (18–21). In contrast, during M. tuberculosis
infections in the absence of IL-27 signaling, T cells express less IFNγ on a per cell basis
(18), suggesting that, IL-27 may be critical to maximize IFNγ production by these cells.
Interestingly, mice deficient in IL-27 signaling are more resistant to M. tuberculosis
infection (18, 19). Since IL-27 has been shown to inhibit Th17 differentiation (22) and to
induce IL-10 production from activated T cells (23, 24), it is likely that, during M.
tuberculosis infections, IL-27 function is to suppress excessive T cell activation. Indeed,
although bacterial burdens are reduced in mice that lack IL-27 signaling, these mice also
display greater inflammatory responses and reduced survival when compared to wild-type
mice (19). It will be important to further dissect the mechanisms whereby IL-27 activity
reduces protection against M. tuberculosis as this may be a pathway induced to tolerate the
pathogen in order to protect the infected organ from immunopathological consequences.

2.2. IMPACT OF IL-12-RELATED CYTOKINES IN THE CHRONIC T CELL RESPONSE
Chronic exposure to IL-12 and IL-23 in the site of infection can have an important impact in
the T cell response, specifically in circumstances where these cytokines are over expressed.
Indeed, it has long been known that repeated exposure to high level of antigens in M.
tuberculosis-infected hosts can lead to exacerbated inflammatory responses, known as the
Koch Phenomenon. Recently, it was shown that the local expression of IL-23 is important
for this response, as this cytokine promotes further expansion of the ongoing IL-17 response
and shifts the chemokine profile resulting in enhanced granulocytic inflammation without
impacting the IFNγ protective response (25). In line with these data, it was also recently
shown that IFNγ signaling by lung stromal cells is critical to regulate IL-17-dependent
immunopathology during tuberculosis in mice (26). Indeed, stromal cells that lack the ability
to signal IFNγ, have impaired expression of the enzyme indoleamine 2,3-dioxygenase (IDO)
and a reduced accumulation of byproducts of the tryptophan catabolism (26). These products
were shown to reduce the immunopathological consequences caused by the M. tuberculosis
infection, by restraining the IL-23-dependent IL-17 response (26). These data show that
IL-23 plays an important role in the maintenance of the IL-17 response at the site of
infection and that elevated expression of IL-23 further expands the ongoing IL-17 response,
causing extensive recruitment of neutrophils with important pathological consequences.
IFNγ appears to play a central role in the regulation of these responses, both directly in the
differentiation of IL-17-producing cells (27) and indirectly by inducing IDO activation by
non-hematopoietic cells (26) (figure 2).

Overall, these data show that the relative balance of each IL-12 family member during T cell
priming and at the site of infection can have important implications for disease control and
pathological consequences (figure 2). Understanding how these cytokines are regulated
during infection will have important implications in our ability to modulate the immune
response to promote bacterial control with minimal pathological consequences.

3. THE IL-1 CYTOKINE FAMILY: MEDIATORS AND REGULATORS OF
INFLAMMATION

The IL-1 family of cytokines comprises 11 members of which IL-1α, IL-1β, IL-18 and
IL-33 have been studied during mycobacterial infections. Recent data support an important
role for both IL-1α and IL-1β during M. tuberculosis infections, whereas the role of IL-18 is
still under investigation. On the other hand, IL-33 is a Th2-related cytokine with little
impact in the immune response to mycobacteria as demonstrated by the similar
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inflammatory response and bacterial burdens of mice deficient in the IL-33 receptor chain
st2 and wild-type mice (28).

3.1. REGULATION OF IL-1β PRODUCTION DURING MYCOBACTERIAL INFECTION
IL-1β signaling is mediated through the adaptor molecule MyD88, shared by most TLRs.
Interestingly, the first observations regarding the high susceptibility of MyD88 deficient
mice to mycobacteria were interpreted as a requirement for TLR signaling (29, 30).
However, mice deficient in different TLRs were not as susceptible to mycobacterial
infection as MyD88 deficient mice. Recently, the susceptibility of IL-1β and IL-1R deficient
mice was shown to be indistinguishable from that of MyD88 deficient mice, suggesting that,
the signals conveyed by MyD88 that required for host survival during tuberculosis are from
the IL-1R (31, 32).

M. tuberculosis is a strong inducer of both IL-1α and IL-1β at the site of infection (31, 32).
Unlike IL-1α, IL-1β is produced in the form of a pro-cytokine, i.e., in a non-active form. In
order to become active, a multi-protein complex known as the inflammasome is required to
trigger the activation of caspase-1, the enzyme that converts pro-IL-1β into mature IL-1β
(33). In vitro, macrophages produce mature IL-1β through the NOD-like receptor family,
pyrin domain containing 3 (NLRP3)-inflammasome mediated caspase-1 activation (34–37).
Interestingly, the ESAT-6 secretion system 1 (ESX-1), a system that mediates the secretion
of virulence factors encoded by the region of difference 1 (RD1), is required for mature
IL-1β secretion (34, 37). Accordingly, macrophages and DCs that are deficient in the
apoptosis-associated spek-like protein containing a caspase recruitment domain (ASC), a
critical component of the NLRP3 inflammasome, are unable to secrete IL1β upon
stimulation with M. tuberculosis in vitro (31, 34, 35, 37). However, mice deficient in
caspase 1, ASC or NLRP3 do not show the same susceptibility to M. tuberculosis as IL-1β
or IL-1R deficient mice (31, 35) suggesting that, there are alternative pathways for IL-1β
cleavage in vivo.

Recent data shows that the recognition of some species of mycobacteria though Dectin 1
triggers the activation of a noncanonical caspase-8-dependent inflammasome resulting in the
processing of pro-IL-1β (38). Indeed, the release of IL-β by in vitro cultured DCs in
response to M. leprae was completely dependent on this pathway whereas M. tuberculosis
stimulated the processing of pro-IL-1β via the canonical caspase-1 pathway (38). It is likely
that, in vivo, M. tuberculosis induces the cleavage of pro-IL-1β through an inflammasome-
independent, or caspase-1- and caspase-8-independent mechanism. Candidate cleavage
enzymes include other caspases, chymases, cathepsins and elastases (39). Recent data
suggest that inflammatory monocytes/macrophages and DCs are the major sources of both
IL-1α and IL-1β in the lungs of M. tuberculosis infected mice (32). It will be important to
determine the mechanisms that lead to the cleavage of pro-IL-1β by these populations in
vivo and the effector function of these cytokines in the immune response to mycobacteria.

3.2. THE ROLE OF IL-1α AND IL-1β IN MYCOBACTERIAL CONTROL
Studies conducted in gene-deficient mice clearly support a critical role for IL-1α and IL-1β
in the immunity to mycobacteria. However, the mechanism by which these cytokines impact
bacterial control and ensure host survival is still not completely understood. It is clear that
the high susceptibility of mice deficient in IL-1α, IL-1β or IL-1R to M. tuberculosis is not
associated with impaired Th1 responses (31). IL-1β was previously implicated as a cofactor
for the generation of Th17 cells, and it is likely that this is also the case during
mycobacterial infections. Indeed, it was shown that M. tuberculosis-induced IL-17 response
by human cells was strongly dependent on IL-1β signaling (40). In this system, TLR4 and
dectin 1 were the main receptors responsible for mediating IL-17 production (40). Whether
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or not IL-1β is critical for Th17 generation in vivo, these data does not explain the high
susceptibility of IL-1β deficient mice to M. tuberculosis, as the absence of IL-17 does not
significantly impact control of infection (41). On the other hand, extensive granuloma
necrosis is a hallmark of M. tuberculosis infection in IL-1β and IL-1R deficient mice (31),
and it is possible that in vivo, IL-1 activity regulates host resistance by modulating cell death
(figure 2B).

As mentioned above, IL-1α does not need proteolytic cleavage and can function as a nuclear
transcription factor. In viral models, it has been suggested that the constitutive expression of
IL-1α is critical for the antiviral effects of IFNγ (42). During tuberculosis, IFNγ is critical to
induce the expression of nos2 to produce nitric oxide and restrain bacterial growth
(discussed below). As mice deficient in IL-1α, IL-1β or IL-1R have equivalent expression of
effector molecules important to control M. tuberculosis as wild-type mice (31, 32), it is
likely that the IL-1 cytokines act in concert with other inflammatory mediators to regulate
inflammation and induce bacterial growth arrest by an, as yet, undefined mechanism.

Finally, the role of IL-1 signaling in human disease is supported by different studies
suggesting associations of polymorphisms in the Il1 or Il1r1 genes with susceptibility to
tuberculosis (43, 44). Therefore, it is important that we continue investigating the role of
IL-1 during mycobacterial infections. Specifically, if IL-1 is as central in controlling M.
tuberculosis in humans as it is in mice, blockade of IL-1 may have important implications in
tuberculosis progression or reactivation.

3.3. THE ROLE OF IL-18
IL-18 like IL-1β is produced as a pro-cytokine that was originally identified as a Th1
differentiating factor (45). Early reports in the mouse model of tuberculosis confirmed the
role for IL-18 in the IFNγ response, as mice deficient in IL-18 had lower IFNγ responses
when compared to wild-type mice (46, 47). Despite this, the control of M. tuberculosis
bacterial burdens was only modestly impaired in the absence of this cytokine (46, 47).

On the other hand, in a more recent study it was shown that mice deficient in IL-18 were
extremely and acutely susceptible to aerosol infection with M. tuberculosis, to a similar
extent as MyD88 and IL-1β deficient mice (48). As shown in the earlier studies, there was a
reduced IFNγ response in the absence of IL-18, corresponding to a reduced expression of
effector genes downstream IFNγ, and an elevated accumulation of granulocytes (48). It is
intriguing however that, mice deficient in the IL-18 receptor were not more susceptible to
M. tuberculosis (48). The discrepancy in terms of susceptibility in the absence of IL-18
versus its receptor suggests redundancy in receptor usage. However, this hypothesis requires
experimental demonstration.

While these data suggest a potentially important role for IL-18 in the control of M.
tuberculosis, it is possible that the different susceptibility observed in different studies is
related with the dose of infection and/or virulence of the M. tuberculosis strain. It will be
important to determine the factors behind these differences, as IL-18 may have a central, not
yet identified role in the protective immune response to M. tuberculosis.

4. TUMOR NECROSIS FACTOR: FROM PHAGOCYTE ACTIVATION TO
GRANULOMA FORMATION

The potential for using TNF blocking agents to treat inflammatory diseases, such as
rheumatoid arthritis, has reinvigorated the interest in the role of TNF during intracellular
infections, as in some cases TNF blockade caused reactivation of tuberculosis (49). Indeed,
mice deficient in this cytokine, together with mice deficient in IFNγ or IL-12p40 are the
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most susceptible to M. tuberculosis infection. The most striking characteristic of TNF
deficiency is poor phagocyte activation; however, the mechanisms underlying the activity of
TNF during mycobacterial infections are not restricted to phagocyte activation, but also to a
deficiency in chemokine expression with important implications in granuloma organization
(50).

The complex role of TNF during mycobacterial infections may, in part, be associated with
the different forms of the cytokine and the receptors it engages. Indeed, TNF is produced
primarily as a type II transmembrane protein that can be cleaved by the metalloprotease
TNF alpha converting enzyme to become soluble TNF. Both soluble and transmembrane
TNF bind to the TNFRI whereas the TNFRII can only be fully activated by transmembrane
TNF. Both receptors can transduce pro-inflammatory and anti-apoptotic signals by
activating the NF-κB pathway and the mitogen-activated protein kinase. However, TNFRI
can also transduce apoptotic and anti-inflammatory signals by recruiting the Fas-associated
death domain and caspase 8.

It has been shown that mice that are deficient in the soluble form of TNF can control acute
infections by M. tuberculosis; however, long-term control requires the full complement of
TNF activity (51). TNF deficient mice are also more susceptible and succumb earlier to M.
avium infections however the reduced survival of these mice is associated with an
exacerbated immune response that is characterized by an elevated accumulation of IFNγ-
producing T cells and disintegration of the granuloma (52). It will be important to determine
whether this is caused by absence of TNF signaling in the myeloid population, or directly on
the T cells, as it is likely that TNF also acts on the T cells in order to regulate their function
and immunopathological potential.

Eicosanoids have been shown to have an impact in the TNF pathway, and therefore in the
control of infection. A recent study shows that mutations in the lta4h locus encoding
leukotriene A4 hydrolase, which catalyzes the final step in the synthesis of leukotriene B4,
were extremely susceptible to mycobacterial infection, caused by a redirection of eicosanoid
substrates to anti-inflammatory lipoxins (53). The resultant anti-inflammatory state permits
increased mycobacterial proliferation by limiting the production of TNF (53). These data
highlight the importance of innate-derived TNF in the control of mycobacterial infections in
the absence of acquired immunity.

5. THE IFN CYTOKINE FAMILY: EFFECTORS AND REGULATORS OF
AQUIRED IMMUNITY

IFNs have long been recognized as important mediators of immunity to mycobacteria. Of
extreme importance is the type II IFN, IFNγ, which is essential to activation of phagocytic
cells to kill mycobacteria. However, the role of IFNγ during mycobacterial infections is not
as straightforward as it appears to be.

5.1. CD4 T CELLS AS THE MAIN CELLULAR SOURCE OF IFNγ
Antigen-specific CD4 T cells are thought to be the most important source of IFNγ in vivo.
Indeed, upon aerosol infection with M. tuberculosis bacterial control correlates with the
accumulation of IFNγ-producing CD4 T cells into the lung (5). However, there is still no
experimental proof that IFNγ production by CD4 T cells, is required to control bacterial
proliferation (54). Recent data suggest that, CD4 T cells unable to secrete IFNγ are equally
capable of inducing bacterial control as wild-type CD4 T cells (55). In fact, antigen-specific
CD4 T cells within the lungs of M. tuberculosis infected mice produce very low amounts of
IFNγ, even at the peak of the response (56, 57); yet, bacterial control is maintained for long
periods of time. It is likely that the cause for this apparent inability of the antigen-specific
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cells to secrete IFNγ is a very low level of cognate antigen. Indeed, it has been shown that
the frequency of IFNγ-producing CD4 T cells correlates with the expression of the cognate
antigen by M. tuberculosis, and that delivery of the cognate peptide results in greatly
increased frequency of IFNγ production (56). The location of the T cells in the infection site
is also important to induce bacterial control. During mycobacterial infection, it was recently
shown that both antigen specific and non specific cells migrate very rapidly through the
granuloma, with very few cells showing migration arrest, a hallmark of antigen recognition
and presentation (57). In combination with the observation that antigen-specific cells
express low levels of cytokine in real time, these data suggest that antigen availability at the
infection site is limited and this limits migration arrest and cytokine production (57).

These data suggest that the classical mechanism in which T cell-derived IFNγ activates the
macrophage to restrain M. tuberculosis growth may not provide the full mechanism of
control. There is also the potential for T cells to mediate their effector function
independently of cytokine-secretion. As our ability to measure effector function is limited by
measuring bacterial arrest, we cannot exclude the possibility that the appropriate effector
functions are being expressed, and this does not require migration arrest or cytokine
production.

5.2. THE IMPACT OF IFNγ IN CELL SURVIVAL IN THE INFLAMMATORY ENVIRONMENT
If T cells are capable of limiting bacterial growth, even when they are unable to secrete
IFNγ, why is that both mice and humans with deficiencies in the IFNγ signaling pathway are
so susceptible to tuberculosis? The hallmark of M. tuberculosis infection in IFNγ deficient
mice is the accumulation of polymorphonuclear granulocytes in the infection site (58). IFNγ
is known to limit the IL-17 response during mycobacterial infections (26, 27) and thus IFNγ
also inhibits the inflammatory programs initiated by IL-17 that culminate in neutrophil
influx to the infected lungs (59). In a recent study, IFNγ was also shown to have a direct and
negative impact in the survival of neutrophils in the infected lung (59). Also in M. avium
and M. leprae infected IFNγ-deficient mice show mild increases in bacterial burdens, but
have robust granulocyte recruitment to the infection site (60). As neutrophil accumulations
are associated with a poor disease outcome, these data suggest that neutrophilic lesions
during tuberculosis are probably caused by impaired IFNγ responses or IFNγ signaling and
predispose to poor bacterial control.

The impact of IFNγ in cell survival is not restricted to neutrophils. Indeed, IFNγ has also an
important impact in the survival of CD4 T cells in the inflammatory environment. This is
demonstrated in the mouse model of M. avium infections, known to induce a strong
lymphocyte depletion during the chronic stages of infection which is mediated by IFNγ (61).
However, it is still not clear whether these effects occur directly in the T cell or indirectly,
via the induction of inflammatory mediators that are detrimental for the survival of T cells in
the inflammatory environment.

While there has long been appreciation for IFNγ as a regulator of the inflammatory response
during mycobacterial infection (60) this appreciation has increased dramatically with the
recent papers demonstrating the mechanisms whereby IFN mediates these anti-inflammatory
effects (figure 2). Keeping in mind both the anti-bacterial and the anti-inflammatory roles of
IFNγ when considering interventions with this chronic inflammatory disease will be critical
to successful outcomes.

5.3. THE IMMUNOREGULATORY PROPERTIES OF TYPE I IFNs
Contrary to IFNγ, type I IFNs appear to have a largely detrimental role during mycobacterial
infections. Indeed, type I IFN receptor-deficient mice are more resistant to M. tuberculosis
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infection and display significantly reduced bacterial burdens during the chronic stage of
infection when compared to wild-type animals (62). Interestingly, the virulence of M.
tuberculosis clinical isolates has been correlated with the induction of type I IFN, which was
associated with impaired Th1 responses (63). Furthermore, macrophages express type I IFN-
associated genes and IFNγ in response to virulent M. tuberculosis but not to a less virulent
strain with an inactive ESX-1 secretion system (64). This response was found to be
independent of the TLR adaptor TRIF and the adaptors for NOD1 and NOD2, but dependent
on the activity of the TANK-binding kinase 1 (64), which is also necessary for type I IFN
induction by Listeria monocytogenes (65).

In line with the detrimental role of type I IFN, it was recently shown that M. tuberculosis-
infected mice treated with the type I IFN-inducer poly-nosinic-polycytidylic acid have
exacerbated lung pathology and bacterial burdens (62). The elevated susceptibility was not
associated with impaired T cell responses, but with the accumulation of a myeloid
population that was permissive to mycobacterial growth when compared to the same
population isolated from non-treated mice (62). Also recently, type I IFNs were shown to be
strong inhibitors of IL-1α and IL-1γ production by macrophages and DCs in the lungs of M.
tuberculosis infected mice (figure 2) (32). This inhibition was shown to occur directly in the
IL-1α/β producing cell as, in the same environment, IL-1 α/ β expression by Ifnar1 deficient
cells was not affected (32). As discussed above, IL-1 α and IL-1β cytokines are strong
inflammatory mediators and thus it is likely that this is a negative feedback mechanism that
prevents extensive generation of pathological consequences during infection.

Type I IFNs have also been suggested as important factors in determining the outcome of
human tuberculosis. Indeed, a recent study shows that most patients with active tuberculosis
display an expression signature associated with type I IFN genes in neutrophils (66). This
same profile is also present in some of the asymptomatic patients, suggesting that these are
at higher risk to develop active tuberculosis (66).

Overall the IFN family of cytokines appears to be critical to the outcome of mycobacterial
infection with roles in containment of bacterial growth as well as regulation of
immunopathological consequences (figure 2).

6. IL-17 AND TH17 RELATED CYTOKINES
Early studies clearly established IL-17 as a critical cytokine in the protective immune
response to rapidly growing extracellular pathogens with the protective response mediated
by rapid neutrophil recruitment and tissue repair (67–69). On the other hand, in infections
caused by intracellular pathogens the role of IL-17 is not as clear. In some infection models,
IL-17 appears to play a mostly protective role, however not as dramatically as observed for
extracellular pathogens. For instance, during L. monocytogenes infections, mice have
increased bacterial burdens and defective granuloma generation in the absence of IL-17 (70).
As for mycobacteria, the data is equivocal as to whether IL-17 is required to control
infection. In the low dose aerosol infection model, IL-17 is not required (41) although
following slightly higher intratracheal infection with M. tuberculosis or BCG (71), IL-17
does have a protective role. This apparent discrepancy suggests that the circumstances of
infection are critical for defining the role of IL-17. A possible mechanism for this impact
may be that neutrophils have recently been implicated in limiting the early activation of
acquired immunity to M. tuberculosis (72) suggesting that the level of IL-17, and potentially
neutrophil recruitment, very early after infection may impact the ability of the bacteria to
limit the initiation of immunity (figure 1).

As IL-17 acts mostly by inducing inflammatory programs associated with neutrophil
recruitment, it is possible that in the low dose aerosol infection model IL-17 acts to maintain
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granuloma integrity independently of the protective immune response. Indeed, depletion of
neutrophils later in M. tuberculosis infection has been shown to delay granuloma formation
with little impact on bacterial burden (73). Neutrophil-mediated regulation of granuloma
formation has been shown to be mediated by CXCR3-ligating chemokines, specifically
CXCL9 (73). Indeed, neutrophils are an important source of this chemokine early after
infection, and antibody blockade of CXCL9 results in defective granuloma formation (73). It
is thought that neutrophils and macrophages can co-operate to limit mycobacterial survival
(74) and this may be via macrophage phagocytosis of apoptotic neutrophils (72); although it
appears that virulent mycobacteria may limit this process (72).

Further complexity in the role of IL-17 during mycobacterial infections may be associated
with the Th17 related cytokine IL-22. In recent studies, it was shown that IL-22 deficient
mice or IL-22 neutralization did not have a significant impact in the ability of mice to
control infection (75, 76). However, IL-22 can activate inflammatory programs similar to
those activated by IL-17. Furthermore, in vitro and in vivo generation of Th17 cells can lead
to the development of cell expressing only IL-17, IL-22 and cell expressing both cytokines
(77). This is important because, in the infected tissue, IL-17 and IL-22 may be secreted and
act independently of each other and have redundant roles. Indeed, in healthy humans
exposed to M. tuberculosis, IL-22-expressing CD4 T cells were reported to be distinct form
Th17 and Th1 cells (78). It will be important to address the redundancy of IL-17 and IL-22
during infection as they can be produced and act independently of each other.

7. IL-10 AND OTHER IMMUNOSUPPRESSIVE CYTOKINES
As discussed above, the chronic nature of mycobacterial infections requires constant
activation of the immune system in order to maintain control over bacterial proliferation. At
the same time, it is important to control the inflammatory response to ensure survival of the
host. In this respect, IL-10 may be important in the protective immune response to
mycobacteria on two fronts (figure 2). On one hand, IL-10 has been shown to modulate the
activity of phagocytes in the lung by negatively impacting their ability to secrete TNF and
IL-12p40 (79, 80) and by blocking the maturation of the phagosome (81). Indeed, mice
strains that express high levels of IL-10 upon infection, such as the CBA, are naturally more
susceptible to tuberculosis and when IL-10 activity is neutralized, these mice are better able
to control M. tuberculosis (80, 82). Recent data also suggest that IL-10 can have a negative
impact in the recruitment of T cells into the lung by inhibiting the expression of T cell
recruiting chemokines (82). IL-10 may also act to prevent strong activation of T cells
thereby ensuring their survival and possibly limiting immunopathological consequences.
Interestingly, IL-27 has been shown to be a critical factor in induction of IL-10 by activated
T cells (23, 24). The role of IL-27 in inducing IL-10 is yet to be demonstrated during
tuberculosis but as discussed before, mice deficient in IL-27 signaling are more resistant to
infection, at the cost of greater inflammatory responses (18, 19).

Mycobacteria are strong inducers of Th1 immunity, but it is still not clear whether Th2
responses or Th2 derived cytokines can have a negative impact in the control of infection. In
the mouse model of tuberculosis, IL-4 is very low or undetectable in the site of infection. In
humans however, IL-4 can be detected in some lesions (83). It is also relevant to understand
the impact of Th2 responses in the context of mycobacterial infections, even when these
responses are not directed to mycobacterial antigens. In this respect, it was recently shown
that pre-exposure of mice to the intestinal helminth Nippostrongylus brasiliensis is
detrimental for the control of a subsequent aerosol infection with M. tuberculosis (84).
Indeed, the Th2 response induced by N. brasiliensis skewed macrophage activation to the
alternative state, without affecting the protective T cell response (84). Alternatively
activated macrophages express high levels of the arginine hydrolytic enzyme arginase 1,
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which competes with iNOS for the same substrate, arginine, and impairs the production of
nitric oxide (85). In the above discussed co-infection model, arginase I was induced by IL-4
(84); however, it has been shown that the expression of this enzyme can be induced in
mycobacterial infections in a TLR-dependent way (85) or in settings where IL-10 expression
is high (86).

While we generally associate immunopathology during tuberculosis to Th1 and Th17
responses, Th2 responses and Th2-derived cytokines are in fact the major cause of
pulmonary fibrosis in different diseases, such as systemic sclerosis, idiopathic pulmonary
fibrosis, and radiation induced pulmonary fibrosis and chronic lung allograft rejection (83).
We cannot discard the hypothesis that fibrosis during tuberculosis may be, at least in part,
dependent on Th2 cytokines.

Overall, immunosuppressive cytokines such as IL-10 seems to be mostly detrimental at early
stages of infection, but may be required to control long term inflammatory responses. In
addition, Th2 derived cytokines may have a negative impact in high incidence areas where
infections by helminths can skew macrophage activation to the alternative state.

CONCLUSIONS
Mycobacterial infections are of enormous clinical importance. It is clear that the cytokine
response induced by mycobacteria have a critical impact in the development of disease both
by limiting bacterial growth and by regulating inflammation. Only by determining the
pathways by which specific cytokines modulate the immune response to infection and by
defining the specific cell types that produce each cytokine will we be able to effectively
intervene. It is also important that we consider the interaction between different cell
populations and how these interactions impact the cytokine balance and the inflammatory
environment. These interactions are not restricted to immune cells, as recent data shows an
important role of non-hematopoietic cells in modulating the inflammatory environment. It is
therefore important that we understand how each cytokine acts during the initiation of the
immune response and after infection has been established and disease is ongoing. This will
allow us to generate better preventive and prophylactic strategies that enforce balanced
immune responses and allow containment of infection with minimal pathological
consequences.
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Figure 1. Cytokines act during the initiation of the immune response and after M. tuberculosis
infection has been established
At very early stages of infection (0 – 7 days in the mouse model) the interaction of
mycobacteria or mycobacterial products with myeloid phagocytic cells through distinct
PRRs induces the expression of innate cytokines. TNF and other inflammatory cytokines
promote the expression of chemokines that recruit inflammatory cells to the infection foci.
Between days 7 and 13 of infection, after DCs migrate to the draining lymph node and T
cells are activated. At the infection site, innate source of IL-17 and IFNγ counter-regulate
each other. While IL-17 recruits neutrophils, IFNγ regulates the response of the interstitium
to promote a regulatory environment, possibly dependent upon induction of IDO. From day
14 onwards the inflammation generated at the site of initial infection attracts newly activated
T cells that, upon accumulation restrain bacterial growth in IFNγ- and TNF-dependent and
independent ways.
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Figure 2. Balanced cytokine responses during chronic mycobacterial infection limits tissue
damage
(A) During chronic infection, IFNγ activates phagocytic cells and modulates the
inflammatory environment by regulating IL-17 and IL-1 from inflammatory macrophages
while IFNγ regulates IL-1 in a more general manner. IL-10 produced by highly activated T
cells and Tregs limits lymphocyte and phagocyte responses. (B) When the cytokine balance
is shifted or excessive cell death occurs (absence of IL-1 or high antigen availability),
elevated IL-23 expression can enhance ongoing IL-17 responses, culminating in excessive
the neutrophil recruitment and tissue damage.
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