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ABSTRACT Clostridioides (formerly known as Clostridium) difficile is the leading
cause of hospital-acquired gastrointestinal infections in the United States and one of
three urgent health care threats identified by the Centers for Disease Control and
Prevention. C. difficile disease is mediated by the production of toxins that disrupt
the epithelial barrier and cause a robust host inflammatory response. Studies in hu-
mans as well as animal models of disease have shown that the type of immune re-
sponse generated against the infection dictates the outcome of disease, often irre-
spective of bacterial burden. Much of the focus on immunity during C. difficile
infection (CDI) has been on type 3 immunity because of the established role for this
arm of the immune system in other gastrointestinal inflammatory conditions such
as inflammatory bowel disease (IBD). For example, interleukin-22 (IL-22) production
by group 3 innate lymphoid cells (ILC3s) protects against pathobionts translocating
across the epithelium during CDI. On the other hand, interleukin-17 (IL-17) produc-
tion by Th17 cells increases CDI-associated mortality. Additionally, neutropenia has
been associated with increased susceptibility to CDI in humans, but increased neu-
trophilia in mouse models correlates with host pathology. Taking the data together,
these findings suggest dual roles for type 3 immune responses during infection.
Here, we review the complex role of type 3 immunity during CDI and delineate
what is known about innate and adaptive cellular immunity as well as the down-
stream effector cytokines known to be important during this infection.
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Clostridioides (formerly known as Clostridium) difficile is a spore-forming, Gram-
positive, anaerobic bacterium that was identified as the cause of pseudomembra-

nous colitis in 1978 (1, 2). C. difficile is the leading cause of hospital-acquired gastro-
intestinal infections in the United States (3). According to estimates by the Centers for
Disease Control and Prevention, C. difficile causes almost 500,000 infections and 29,000
deaths in a single year in the United States alone (4). The annual cost of C. difficile
infection (CDI) in the United States is estimated at almost 40 billion dollars (5–7). Several
studies have reported significant increases in the prevalence and severity of CDI over
the last 2 decades, and these increases are thought to be attributable to the emergence
of hypervirulent C. difficile transferase (CDT)-expressing strains, including but not
limited to ribotype 027 strains (also known as NAP1 strains) (8–10).

C. difficile causes disease in hosts with a perturbed gut microbiota usually due to the
use of broad-spectrum antibiotics (6). Typically, the infection is acquired in hospital
settings, although the incidence of community-acquired infections is also on the rise
(11). Some reports suggest that although the majority of community-acquired infec-
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tions are associated with antibiotic use, 30% to 35% of infected patients have no prior
antibiotic exposure (11, 12).

CLOSTRIDIOIDES DIFFICILE BIOLOGY AND PATHOGENESIS

Since C. difficile is an obligate anaerobe, the vegetative form of this bacterium is
unable to survive outside the host in an aerobic environment. Therefore, dissemi-
nation of C. difficile is mediated by dormant spores ingested through the oral-fecal
route (13). Once ingested, these spores germinate and the vegetative bacteria cause
disease by toxin production. Several signals have been shown to be important for
spore germination, including bile acids, amino acids, and Ca2� (Fig. 1). In humans,
the two main primary bile acids are cholic acid and chenodeoxycholic acid. These
bile acids are the end products of cholesterol metabolism, and although they are
mostly reabsorbed and recycled to the liver, they can also be found in the large
intestine. There, bile salt hydrolases expressed by many colon microbiota species
convert these primary bile acids to secondary bile acids. The primary bile acid
cholate is a known inducer of germination, whereas chenodeoxycholate inhibits
germination (14). In a study of the effect of several secondary bile acids, Thanissery
et al. showed that many secondary bile acids, namely, deoxycholate (DCA), litho-
cholate (LCA), ursodeoxycholate (UDCA), isodeoxycholate (iDCA), isolithocholate
(iLCA), �-muricholate (�MCA), and hyodeoxycholate (HDCA), inhibited spore ger-
mination (15). C. difficile spores use the subtilisin-like receptor CspC pseudoprotease
as the bile acid germinant receptor (13, 16).

Bile acids are necessary for C. difficile germination, but they are not sufficient on their
own. Other signals are needed for germination, including amino acid cogerminants.
Glycine is the most effective cogerminant, although L-alanine, taurine, and L-glutamine
are also good cogerminants (17). Recently, Shrestha et al. showed a role for CspA in
recognition of these amino acid cogerminants (18). Finally, a role for Ca2� has been
described where in vitro media and ex vivo mouse ileal contents depleted for Ca2� did
not support C. difficile spore germination (19).

Once C. difficile spores germinate into vegetative bacteria, they adhere to epithelial

FIG 1 The pathogenesis of C. difficile. C. difficile spores are ingested by hosts with altered micriobiota, where the
gut microbial community is perturbed, usually due to the use of antibiotics. Once the spores are in the large
intestines, several signals, including the primary bile acid cholic acid, amino acid cogerminants such as glycine,
L-alanine, taurine, and L-glutamine and Ca2� ions, trigger germination. After germination, adhesion of vegetative
cells is mediated by C. difficile’s surface layer proteins as well as the fibronectin-binding protein and the heat shock
protein GroEL. C. difficile infection is mediated by the production of its main virulence factors, namely, toxins A and
B (TcdA/B) and, in some strains, the binary toxin CDT. These toxins cause disruption of the actin cytoskeleton,
epithelial cell rounding, and cell death. Production of damage-associated molecular patterns (DAMPs) and several
cytokines and chemokines by epithelial cells leads to the recruitment of neutrophils and other immune cells. The
influx of neutrophils, along with fibrin, mucin, and cellular debris, leads to the formation of pseudomembranes,
which are characteristic of C. difficile colitis.

Minireview Infection and Immunity

January 2020 Volume 88 Issue 1 e00306-19 iai.asm.org 2

https://iai.asm.org


cells and cause disease by producing toxin A (TcdA) and toxin B (TcdB) and, in some
strains, a third toxin called CDT (20, 21). TcdA and TcdB are glucosyltransferases that
inactivate Rho family GTPases, leading to the disruption of the actin cytoskeleton of
epithelial cells, cell rounding, and cell death (22). CDT has been shown to enhance
bacterial adhesion by inducing microtubule protrusions on host cells (23).

TcdA and TcdB are considered C. difficile’s main virulence factors, since strains that
do not produce at least one of these toxins are avirulent (24). In addition to the toxins,
however, C. difficile expresses other virulence factors that mediate colonization and
adherence to epithelial cells. For example, all C. difficile strains express surface layer
proteins (SLPs) that form the outermost layer of the bacterium. The surface layer of C.
difficile is composed of two proteins (high-molecular-weight and low-molecular-weight
proteins) that have been shown to be involved in adherence to host cells (25). Other C.
difficile virulence factors include fibronectin-binding protein and the heat shock protein
GroEL, both of which are thought to be involved in enhanced adhesion of C. difficile to
host cells (24).

C. difficile colonization and adhesion to epithelial cells and toxin production lead to
the upregulation of many proinflammatory cytokines and the recruitment of neutro-
phils and other inflammatory immune cells. The influx of neutrophils, along with fibrin,
mucin, and cellular debris, causes the formation of the pseudomembranes that are
characteristic of C. difficile colitis (Fig. 1). Clinical presentation of disease ranges from
mild diarrhea to toxic megacolon and host mortality (26). The standard of care for
treatment of severe CDI is vancomycin (27). While vancomycin treatment is effective
therapy in most cases, recurrence affects 1 in 5 patients with CDI (4). Fecal microbial
transplants (FMT) have proven successful in 80% to 90% of patients with recurrent
infection, but the mechanism of protection and the long-term effects these transplants
might have on the host are not fully understood (28, 29).

THE ROLE OF THE IMMUNE SYSTEM DURING CDI

Growing evidence has supported the idea that the type of immune response
mounted by the host against CDI directly affects the severity and outcome of disease.
Therefore, better understanding of protective and pathogenic immune responses
during CDI will help identify new targets for future immunotherapies and preventative
strategies. One of such studies that emphasized the importance of considering the host
immune system in assessing CDI severity was a study that showed that biomarkers of
intestinal inflammation such as CXCL5 and interleukin-8 (IL-8) are better predictors of
the time to resolution of C. difficile diarrhea than bacterial burden (30, 31). Both CXCL5
and IL-8 bind to IL-8 receptor 2 and recruit and activate neutrophils. The levels of these
biomarkers were elevated in diarrheal patients compared to controls, and the same
biomarkers have been associated with severe CDI in human patients and mouse
models (30, 31).

Data from other human and mouse studies support the notion that manipulating
the immune response can modulate the severity of CDI independently of C. difficile
burden or toxin production. For example, Buonomo et al. showed that pretreating
mice with the type 2 cytokine interleukin 25 (IL-25) can protect mice against severe CDI
via induction of eosinophils and downstream protection of epithelial integrity (32). In
a study investigating a related mechanism, Cowardin et al. also showed that CDT
expression by the hypervirulent R20291 strain of C. difficile causes severe CDI by
inducing eosinophil apoptosis, leading to a decrease of eosinophil recruitment to the
site of infection via a Toll-like receptor 2 (TLR2)-dependent mechanism (33). Both of
those studies established a novel role for type 2 immunity in protection against CDI and
have paved the way for future therapeutics that may target this pathway in patients
with CDI.

Neutrophils, downstream of type 3 immune responses, have long been described as
the hallmark of C. difficile infection (34–36). Type 3 immune responses include the
activity of ROR�t-positive (ROR�t�) lymphocytes, which have the ability to produce
IL-17A alone or with IL-22 as their signature cytokine(s) (37). These cells include CD4�
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Th17 cells, CD8� Tc17 cells, and group 3 innate lymphoid cells (ILC3s) (38–40). Because
of the long-described association between CDI and neutrophilia downstream of type 3
immunity, many studies have interrogated this pathway and its role during infection.
Here, we review innate and adaptive type 3 responses and describe their dual roles in
the pathogenesis of C. difficile.

INNATE IMMUNITY AND GROUP 3 INNATE LYMPHOID CELLS

Innate lymphoid cells (ILCs) represent a subset of cells that share lymphoid cell
morphologies but lack the somatically rearranged surface receptors expressed by T and
B lymphocytes and therefore lack antigen specificity (41). Like T cell lymphocytes,
noncytotoxic innate lymphoid cells are subdivided into three groups based on the
transcription factors required for their development and the effector cytokines that
they produce. Group 1 ILCs (ILC1s) express the transcription factor T-bet and produce
gamma interferon (IFN-�) and tumor necrosis factor alpha (TNF-�); group 2 ILCs (ILC2s)
express the transcription factor GATA3 and produce IL-4, IL-5, IL-9, and IL-13; and group
3 ILCs (ILC3s) express the transcription factor ROR�t and produce IL17A, IL-17F, IL-22,
TNF-�, and granulocyte macrophage colony-stimulating factor (GM-CSF) (41–48). ILC3s
play a role in defense against extracellular pathogens, including Citrobacter rodentium,
Candida albicans, and Streptococcus pneumoniae (49–51). In addition, innate lymphoid
cells have been implicated in the pathogenesis of inflammatory bowel disease (IBD).
Crohn’s disease is associated with an increase in levels of IFN-�-producing ILC1s, and T
cell-independent mouse models of colitis exhibited an increase in IL-17 production by
ILC3s (40, 52, 53). IL-17- and IL-22-producing ILC3s are also associated with psoriasis
vulgaris (54). Taking the data together, ILCs share many effector cytokines and there-
fore many functions with T cell lymphocytes, including protection against infections,
tissue healing and repair, and autoimmunity and inflammation. However, the main
difference between ILCs and T cell lymphocytes is the lack of antigen specificity and
immunological memory.

As with all lymphocytes, ILCs are derived from a common lymphoid progenitor (CLP)
in the bone marrow. A cell population that is similar in phenotype to CLPs but that
expresses the integrin �4�7 gives rise to all ILCs and NK cells but not T and B cells.
Downstream of this cell type are two populations that express the transcriptional
repressor Id2. Id2� cells that do not express the transcription factor promyeloid
leukemia zinc finger (PLZF) can give rise to lymphoid tissue inducer (LTi) cells. In
contrast, Id2� cells that coexpress PLZF are restricted to ILC1, ILC2, and ILC3 lineages
(41). Once these cells differentiate in the bone marrow, they can be found in various
tissues, including peripheral blood, the gut, lung, and skin, with different frequencies
(55).

In the context of C. difficile infection, there are three reports assessing the roles of
ILCs during CDI. First, Geiger et al. showed that Nfil3�/� mice, which have a deficit in
all three ILC subsets, were more susceptible to infection with spores of C. difficile strain
VPI 10463 (56). These mice lack bZIP transcription factor Nfil3, previously shown to be
required for NK cell and ILC1 development. Geiger et al. showed that these mice also
had significant deficiencies in intestinal ILC3s and lung and visceral adipose tissue
ILC2s. They showed that Nfil3 is required for development of these ILCs but not
necessarily for the maintenance of mature ILC3s since a conditional knockout (KO) of
Nfil3 in mature NKp46� ILC3s did not diminish their frequencies.

In a later study by the same group, Abt et al. investigated directly the protective or
pathogenic role of each ILC subset during CDI (57). The authors used Rag2 common-
gamma-chain double-knockout mice (Rag�c�/�), which lack all ILC subsets in addition
to T and B cells. They showed that Rag�c�/� mice develop more-severe CDI than
wild-type (WT) mice and Rag1�/� mice, lacking only T and B cells. Next, the authors
showed that transferring ILCs is sufficient to protect Rag�c�/� mice from increased
severity of disease. Furthermore, by using Rag1 IFN-� double-knockout and Rag1 Tbet
double-knockout mice, they demonstrated a role for T-bet�, IFN-�-producing ILC1s in
protection from CDI early during infection. The authors also observed that IL-22�/�
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mice had higher weight loss rates after infection with spores and significantly higher
mortality after infection with a mixed spore/vegetative-cell inoculum. As the authors
point out in the discussion of their results, the more profound effect of knocking out
IL-22 on mortality during a vegetative infection might indicate that IL-22 is more
important during the severe stages of CDI and sepsis caused by translocating patho-
bionts than in the early stages of C. difficile colonization after ingestion of spores. When
IFN-� was neutralized in the Rag1 IL-22 double-knockout mice, 100% of the mice
succumbed to the infection, suggesting combined roles for IFN-�-producing ILC1s and
IL-22-producing ILC3s in providing early protection from CDI. Interestingly, the authors
found that neutralizing IL-17A in Rag1�/� mice did not change the outcome of
infection, suggesting that there was no role for IL-17A-producing ILCs in this model.
Note that the use of Rag.IL-17, Rag.IFN-�, and Rag.IL-22 double-knockout mice does not
test exclusively the roles of these cytokines produced by ILCs, since subsets of other
innate immune cells are capable of producing IFN-�, IL-22, and IL-17A.

In support of the idea of a protective role for IL-22 in CDI, Hasegawa et al. found that
CDI induces the production of IL-22 in the colon, liver, and lung (58). The authors found
that CDI-induced upregulation of IL-22 is independent of RAG1, suggesting that innate
immune cells, predominantly ILCs, represent the source of IL-22 (59). Hasegawa and
colleagues found that IL-22�/� mice developed more-severe disease and that this
increased disease severity was independent of adaptive and neutrophilic immune
responses. Instead, severe disease was due to translocation of pathobionts across the
damaged epithelium following CDI. The authors demonstrated elegantly that during
CDI, increased IL-22 levels led to the induction of the complement C3, the deposition
of C3 on the surface of pathobionts, and the downstream phagocytosis of these
bacteria by neutrophils and macrophages. Sadighi Akha et al. reported no increased
weight loss in mice treated with anti-IL-22 antibody after CDI (60). This contrasting
result was perhaps due to the use of a neutralizing antibody against IL-22, rather than
a knockout model, which could have meant less-efficient abrogation of IL-22 signaling.
Nonetheless, Hasegawa et al. and Abt et al. independently showed a protective role for
IL-22 during CDI (57, 58).

More recently, a third study, by Frisbee et al., of the role of ILCs during CDI described
a protective role for ILC2s and eosinophils downstream of the type 2 cytokine inter-
leukin 33 (IL-33) (61). Frisbee and colleagues showed that treating mice with an
antibiotic cocktail decreased IL-33 protein levels in the cecum. On the other hand,
pretreatment of mice with IL-33 was sufficient to protect antibiotic-treated mice from
severe CDI. IL-33 treatment increased recruitment of ILC2s to the colon during CDI, and
adoptive transfer of these ILC2s to naive Rag�c�/� mice was sufficient to protect them
from severe disease.

ADAPTIVE IMMUNITY AND TH17 CELLS

Th17 cells were first described by Harrington et al., who found a subset of T cells that
did not fit the dichotomy of Th1 and Th2 cells that was the dogma at the time (38).
Differentiation of those cells was inhibited by IFN-� and IL-4, but the absence of these
cytokines and the presence of IL-23 led to the presence of a cell population that
expressed the transcription factor ROR�t and was capable of producing IL-17A (38).
Since then, Th17 cells have been shown to produce IL-17F, IFN-�, IL-21, IL-22, TNF-�,
and GM-CSF. Through cytokine production, Th17 cells have downstream effects on
neutrophil and mononuclear phagocyte recruitment as well as on antimicrobial peptide
production by epithelial cells. While Th17 cells represent an important form of defense
against extracellular bacteria and fungi, they have also been implicated in the patho-
genesis of autoimmune diseases such as psoriasis and IBD (37, 48).

In contrast to the roles of innate and humoral responses in C. difficile infection, the
role of CD4 T cells has been vastly understudied. Some evidence for the protective role
that CD4 T cells might play against CDI comes from studies in HIV patients. Sanchez
et al. reported higher rates of C. difficile infection in patients with advanced stages of
HIV than in HIV-infected patients without AIDS (62). Similarly, Jha et al. found that in
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Indian HIV patients, the rate of C. difficile infection correlated with HIV seropositivity as
well as with low CD4 T cell counts (63). Other studies reporting at least a 2-fold increase
of CDI in AIDS patients and correlations with low CD4 T cell counts are reviewed nicely
by Collini et al. (64).

In a mouse study of the protective role CD4 T cells might play in CDI, Johnston et al.
observed that wild-type C57BL/6 mice challenged with C. difficile were protected from
a subsequent challenge with the same C. difficile strain (65). They found that the
rechallenged mice had protective colonic IgA and systemic IgG responses against C.
difficile toxins A and B. To test the role of T cell help in generating protective humoral
responses, the authors used CD4�/� mice, which lack the expression of the CD4
coreceptor, have a deficit in CD4 T cells, and lack IgG class switching. Upon rechallenge,
CD4�/� mice were protected from CDI and this protection was long-lived. These mice
generated IgA responses but no IgG response, as predicted. Interestingly, when the
authors used MHCII�/� mice, which have a dramatic decrease in CD4 T cells and a
deficiency in IgA and IgG class switching, those mice were not protected against
rechallenge. The authors found no antitoxin antibodies in the sera or mucosa of these
mice. Altogether, these data suggest that T cell help is needed in protection against
recurrent CDI and that this protection correlates with antitoxin IgA or IgG antibody
generation. As the authors point out, however, that study did not address the differ-
ences in the microbiota between the knockout and wild-type strains with respect to
cohousing, 16S rRNA sequencing, or the use of littermate controls. These differences
likely play a role in protection against rechallenge in some knockout strains, especially
considering the drop in the bacterial burden in these mice. Another limitation was that
the production of IgA antibody did not require CD4� T cell help. The authors postu-
lated that CD4� T cells might help with the generation of antitoxin IgA antibodies
without providing data to support that hypothesis.

In another report, Ryan et al. investigated the ability of the immune system to
recognize C. difficile surface layer proteins (SLPs) and the downstream cytokine profile
(66). They found that pulsing bone marrow-derived dendritic cells (BMDCs) with SLPs
led to the production of several cytokines such as IL-12p70, IL-23, IL-1�, TNF-�, and
IL-10 and that this recognition was dependent on TLR4 signaling. They also observed
that coculturing these BMDCs with CD4 T cells led to the induction of T helper
responses and the production of IL-17, IFN-�, and IL-4 by these T cells. Finally, the
authors found that TLR4�/� and Myd88�/� mice developed more-severe disease than
WT mice. However, they did not show directly in vivo that this phenotype was
dependent on recognition of SLPs. This increase in the severity of disease in TLR4�/�

mice was also unlikely to be dependent on CD4 T cells because differences in weight
loss between TLR4�/� and WT mice are observed as early as day 1 of infection, before
a T cell response against C. difficile can be generated. Nonetheless, that report de-
scribed TLR4-dependent recognition of C. difficile proteins and downstream induction
of T helper cells. Their results lead the way to study of the protective role of C.
difficile-specific T cells in longer or recurrent models of disease.

On the other hand, there is also evidence that certain subsets of CD4 T cells play a
pathogenic role during infection. In a study focused on the severity of C. difficile
infection following treatment with the nonsteroidal anti-inflammatory drug (NSAID)
indomethacin, Maseda et al. found that indomethacin-treated mice developed CDI that
was more severe than that seen with untreated controls (67). This increased severity of
disease was associated with increased numbers of neutrophils, CD4 T cells, and ROR�t�

CD4 T cells in the colon lamina propria and peritoneum during infection. Indomethacin-
treated mice also had higher levels of the type 3 cytokines IL-6 and IL-1� in colonic
tissue than untreated controls. Finally, indomethacin treatment also led to alterations
in the composition of the gut microbiota that the authors hypothesize might play a role
in exacerbation of CDI severity in these mice. Although that study showed a correlation
between enhanced Th17 responses in mice and more-severe CDI, it remains unclear
whether Th17 cells alone are necessary and sufficient to exacerbate CDI severity in
indomethacin-treated mice.
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More recently, Saleh et al. studied the mechanism of increased severity of CDI in
IBD patients (68). Using a dextran sulfate sodium (DSS) murine model of colitis, that
study showed that DSS-treated mice developed more-severe CDI despite full re-
covery from DSS colitis. This increased severity of disease was not associated with
enhanced C. difficile burden or toxin production. Furthermore, cohousing of DSS-
treated mice with untreated controls to restore an intact microbiota alone was not
sufficient to protect these mice from severe disease. Instead, severe disease in DSS
mice was dependent on CD4� T cells and depletion of CD4-expressing cells before
infection protected these mice from severe CDI. Using adoptive-transfer studies, the
authors showed that the presence of Th17 cells alone is sufficient to exacerbate the
severity of CDI very early during infection. Additionally, blocking IL-17 signaling by
either neutralizing the IL-17A cytokine or blocking the IL-17 receptor alpha pro-
vided protection against severe disease in the early stages of infection. Finally, in
patients with CDI, serum levels of two type 3 cytokines IL-6 and IL-23 were
associated with severe CDI. Patients with high levels of IL-6 in the serum were
significantly more likely to succumb to the infection than those with low serum IL-6
levels. This is consistent with a previous report of higher IL-6 levels in the serum of
8 patients with severe CDI (69). Taking the data together, that study directly
demonstrated that the presence of Th17 cells alone is sufficient to worsen the
outcome of CDI, highlighting the importance of further studies into the role of
these cells during disease.

The only study to look at human T cell responses to C. difficile infection was done
by Yacyshyn et al. in 2014 (70). In that study, the authors used flow cytometry to
characterize IL-17, IFN-�, and FoxP3 expression in PBMCs of C. difficile patients. The
patient cohort included 20 patients with initial C. difficile infection, 6 patients that
developed recurrent disease during the study, 14 patients with known previous epi-
sodes of CDI, 20 inpatient controls, and 16 healthy controls. Many of the results
obtained in that study failed to reach statistical significance, perhaps due to the small
number of patients in each of the groups. Nonetheless, the authors observed that
patients with CDI had slightly higher numbers of circulating IL-17� CD4 T cells than
healthy controls; however, there were no differences between CDI patients and inpa-
tient controls with respect to those cells. The authors also made the qualitative
observation that 5 of the 6 patients that developed recurrent disease during the course
of the study had higher levels of IL-17�, IFN-��, and FoxP3� T cells, and they
postulated that the Th17 cells in these patients may have been coexpressing two or
more of these proteins. However, as the authors note, the staining procedures were
done separately for IL-17, IFN-�, and FoxP3; thus, directly assessing coexpression was
not feasible. Despite the limitations of that study, it does raise the issue of the role of
Th17 cells, and perhaps of IFN-�-producing Th17 cells, in C. difficile recurrence. Future
studies with larger patient numbers and a deeper phenotypic characterization of T cell
subsets are needed to address this fascinating issue. A role for CD8� Tc17 cells during
CDI has yet to be described.

EFFECTOR CYTOKINES AND DOWNSTREAM RESPONSES
IL-23. Interleukin 23 (IL-23) is a cytokine that was first described by Oppmann et al.

in 2000 (71). IL-23 shares the p40 subunit with IL-12 but has a unique p19 subunit that
is distantly related to the p35 subunit of IL-12. Prior to the discovery of IL-23, it was
thought that IL-12 played a major role during autoimmune diseases because many of
the antibodies targeting IL-12 were against the shared p40 subunit. Since then, it has
been shown that IL-23 plays a major role in the pathogenesis of inflammatory bowel
disease (IBD) and other autoimmune diseases such as experimental autoimmune
encephalomyelitis (EAE) (72). Polymorphisms in the IL-23R gene have been linked to IBD
(73). Later, it was reported that IL-23 causes colitis in a T cell transfer model by directly
acting on Th17 cells via the IL-23 receptor and promoting their survival as well as
inducing the production of IL-17A and other Th17-derived cytokines (74). IL-23 has also
been shown to play a role in T cell-independent colitis induced by infection with
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Helicobacter hepaticus. Buonocore et al. showed that induction of colitis in this model
was dependent on a ROR�t-expressing innate lymphoid cell subset (ILC3s) and the
production of IL-17A and IFN-� (40). In a separate report, Powell et al. (75) showed that
IL-23 can promote IL-17A production by ILCs where T-bet signaling is lost and can
induce more-severe colitis. Taking the data together, the studies showed an effect of
IL-23 signaling on both T cell and ILC populations leading to the production of IL-17A
and contributing to the pathogenesis of IBD.

Because of the long-appreciated role of the IL-23 axis in IBD, several studies have
evaluated the involvement of this cytokine in C. difficile colitis. Buonomo et al.
found higher levels of IL-23 in colonic tissue biopsy specimens isolated from C.
difficile-positive patients than in biopsy specimens from C. difficile-negative patients
(76). Similarly, Darkoh et al. found higher levels of IL-23, as well as of IL-8, in the
stool of patients with C. difficile diarrhea than in the stool of other diarrheal patients
(77).

In a mouse model of CDI, it was shown previously that abrogation of IL-23 signaling
by a gene knockout or antibody neutralization protects mice from severe CDI (76).
Using the same mouse genotype in two separate reports, McDermott et al. found that
IL-23 knockout mice showed reduced recruitment of neutrophils and Ly6Chi monocytes
to the colon and a slight but not statistically significant reduction in histopathological
scores during infection (78, 79). The authors, however, did not assess the effect of
knocking out IL-23 on survival or clinical signs of disease severity. Finally, in a study
aimed at understanding the mechanism of IL-23 induction during CDI, Cowardin et al.
found that C. difficile toxins A/B can act synergistically with pathogen-associated
molecular patterns (PAMPs) and damage-associated molecular patterns (DAMPs) to
activate the inflammasome, leading to production of IL-1� and downstream induction
of IL-23 (80).

Taking the data together, the studies established that CDI induces IL-23 and that
elevated IL-23 levels cause severe disease. None of the studies, however, described the
cellular mechanism of increased severity of disease. More investigation is needed to
evaluate whether this effect is T cell dependent or independent and which downstream
signals and effector cells are required for exacerbation of CDI severity.

IL-17A. IL-17A was first described in 1988 and was shown to induce inflammation
by triggering the release of IL-6, IL-8, G-CSF, and IL-1� and other inflammatory
cytokines by various target cell types (81). It was then shown that injection of IL-17A
into the airway in vivo triggered neutrophil recruitment to the lung by the induction of
CXC cytokines (82). Later, lymphocytes expressing the transcription factor ROR�t,
including Th17, ILC3 and Tc17 cells, were shown to produce IL-17A and the roles of
these cells in bacterial and fungal infections as well as in autoimmune diseases started
to be investigated.

In a study directly testing the role of IL-17 signaling during CDI, Tateda et al.
reported enhanced survival in IL-17A and IL-17F double-knockout mice (IL-17 KO) (83).
This enhanced survival correlated with the suppression of type 17 cytokines such as
IL-1� and IL-6 as well as a decrease in neutrophil recruitment to the colon during
infection. That study suggested that IL-17 signaling plays a pathogenic role during
CDI, although the authors did not investigate the roles of IL-17A and IL-17F
separately. A role for IL-17F during CDI has yet to be examined. Those findings are
consistent with another study showing that blocking of IL-17RA, which binds to
IL-17A and IL-17F, as well as neutralization of IL-17A protected susceptible mice
from severe disease early during infection (68). Finally, another study also described
an association with increased IL-17A and worsening of C. difficile disease. Wang
et al. found that increased levels of IL-17A and IL-23 in the absence of IL-27
signaling led to increased mortality postinfection (84).

In a study that involved human C. difficile patients, Jafari et al. described the
production of many Th17 cytokines, including IL-8, IL-6, IL-1�, IFN-�, IL-17A, and IL-22,
by colonic biopsy specimens from C. difficile-negative donors in response to stimulation
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with C. difficile strains R20291 and 630 (85). Yu et al. found elevated levels of IL-17A, IL-6,
IL-1�, IL-8, and IFN-�, among many other cytokines, in the serum of C. difficile patients
compared to healthy controls, as might be expected in an inflamed mucosa (86).
However, comparing the levels of these cytokines between patients with mild/moder-
ate disease and those with severe disease, they did not find a correlation between high
serum levels of type 3 cytokines and increased severity of disease. The authors
concluded that severe disease was associated with a decrease in the IFN-�/IL-17A ratio
in the serum; however, their data suggest that this was strictly due to a decrease in
IFN-� levels in patients with severe CDI rather than to an increase in IL-17A levels. The
absence of a correlation between the levels of any of the type 3 cytokines in serum and
disease severity was perhaps due to the small number of patients (17–21). Indeed, a
more recent study that included almost 400 patients per group reported higher serum
IL-23 and IL-6 levels in patients with severe CDI (68). Assessment of the profiles of these
cytokines in colonic tissue of CDI patients has yet to be performed and might reveal
a correlation between high IL-17A levels and severe disease, which has yet to be
described in human CDI.

Neutrophilic responses in the defense against C. difficile. Further downstream of
IL-23 signaling and the induction of IL-17A production by T cells and ILC3s, some
studies have evaluated the role of neutrophils during CDI. IL-17A and other cytokines
in the IL-17 family, including IL-17B, IL-17C, and IL17F, have been shown to promote
neutrophil recruitment. These cytokines bind to receptors on immune cells (such as
monocytes and macrophages) and nonimmune cells (such as epithelial and endothelial
cells and fibroblasts). In response, these cells produce granulocyte colony-stimulating
factor (G-CSF) and chemokines such as CXCL1, CXCL2, and CXCL5, leading to enhanced
production of neutrophils in the bone marrow and recruitment to the tissue, respec-
tively (87, 88).

In the context of CDI, studies have shown dual roles for neutrophils during
infection. Reports that have suggested a protective role during infection include a
study that found that in patients with leukemia, neutropenia was one of the factors
associated with CDI occurrence (89). In another study of hematopoietic stem cell
transplant patients, neutropenia was the only independent predictor of recurrent
CDI (90). Mouse data that support this beneficial role for neutrophils come from a
study of the effects of Toll-like receptor and MyD88 signaling during CDI. Jarchum
et al. found that MyD88 signaling protects against severe CDI by recruiting neu-
trophils to the site of infection (91). Depletion of neutrophils in this model led to
increased CDI-associated mortality. Finally, Hasegawa et al. (92) showed that loss of
Nod1 signaling in response to CDI led to increased mortality due to defective
CXCL1-dependent recruitment of neutrophils.

On the other hand, some studies found correlations between enhanced neutrophilic
responses and increased severity of CDI. In general, leukocytosis and high white blood
cell counts have been associated with increased CDI-induced mortality (93, 94). More
specifically, in an analysis of fecal samples from children with and without symptomatic
C. difficile diarrhea, elevated levels of the neutrophil recruiters CXCL5 and IL-8 corre-
lated with persistent diarrhea. Furthermore, in diarrheal patients, time to diarrhea
resolution was significantly increased in those with high CXCL5 and IL-8 levels in the
stool (30, 31). Additionally, blocking neutrophil recruitment with an anti-CD18 antibody
resulted in reduced tissue pathology following injection of C. difficile toxin A into rabbit
ileal loops (34). Similarly, reduced neutrophil recruitment in the context of IL-23
blockade correlated with reduced histopathology in a mouse model of infection (78). A
more comprehensive review of the dual roles of neutrophils during CDI was done by
Jose and Madan (95).

CONCLUSIONS

In summary, C. difficile infections represent a major cause of infectious disease
mortalities in the United States. Although antibiotic and FMT treatments exist for the
infection, the high level of recurrence and the emergence of hypervirulent strains
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highlight the importance of developing new therapies. Targeting the immune system
in many animal models has proven successful at preventing CDI-associated mortality,
and many of these approaches focus on type 3 immune responses. Overall, the host
immune system seems to represent a double-edged sword in the context of C. difficile
infection (Fig. 2). The majority of studies investigated one cytokine or cell type in
isolation. Given the plasticity of Th17 and ILC3s, studies that assess the production of
one cytokine by these cells are limited in scope. A more comprehensive description of
the phenotype and cytokine profile of type 3 immune cells, as well as other cell types,
is required to fully understand which immune responses are beneficial and which are
harmful during CDI.

Many studies of CDI focus on the contributions of either the gut microbiota or the
host immune system to C. difficile colonization and disease progression. However, few
reports have described the interaction between the two and how that can control
immune progression. For example, whereas we know that IFN-�/IL-22-producing ILCs
are protective and IL-17A-producing Th17 cells are pathogenic during CDI, little is
known about the microbial and metabolic signals that drive the domination of one
pathway over the other. Complete metagenomic and metabolomic studies of the gut
microbiome coupled with comprehensive characterization of the downstream immune
response would help improve connecting the microbiome to the host immune system,
two important factors in C. difficile disease progression.

Further downstream of type 3 responses, the role of neutrophils during CDI has yet

FIG 2 Protective and pathogenic type 3 immunity during C. difficile infection. Several in vitro, in vivo, and human
studies have assessed the role of type 3 immunity during CDI. The type and magnitude of this response directly
influence the outcome of disease. Protective immune responses include CD4 T cell-dependent generation of IgA
and IgG antibodies against C. difficile toxins, IFN-� production by ILC1s, IL-22 production by ILC3s, and
complement-mediated phagocytosis of translocating commensals downstream of IL-22. On the other hand,
enhanced type 3 responses and excess inflammation can have off-target effects on the host and lead to increased
pathology and mortality. For example, inflammasome activation and the downstream induction of IL-1� and IL-23
increased Th17 responses downstream of IL-6 and IL-23, and those responses, together with enhanced levels of
neutrophilia, have been found to be associated with increased disease severity.
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to be fully described. Evidence exists for both protective and pathogenic roles for
neutrophils in disease. For example, blocking neutrophil recruitment downstream of
Myd88 signaling leads to increased mortality. However, in humans, higher levels of the
known neutrophil recruiters IL-8 and CXCL-5 correlate with increased mortality. There
is evidence of heterogeneity in the neutrophil population in humans. Some of these
neutrophil types include immature and mature neutrophils; immunosuppressive low-
density neutrophils (LDNs), also known as granulocytic-myeloid-derived suppressor
cells (G-MDSCs); proinflammatory LDNs, also known as low-density granulocytes (LDGs);
and proinflammatory and immunosuppressive normal-density neutrophils (NDNs) (96).
Future studies should describe functional differences in the neutrophils present at the
site of infection and their prospective effects on disease outcome. This can include
functional assays such as measurement of levels of myeloperoxidase, reactive oxygen
species (ROS), or neutrophil extracellular trap (NET) formation as well as RNA sequenc-
ing and flow cytometry techniques to describe differences in the phenotype and
function of distinct neutrophil populations that may be protective or pathogenic in
different contexts.

Altogether, our understanding of immunity to CDI has continued to grow in the last
few decades. However, a deeper understanding of cellular immunity is needed before
these discoveries can be translated into therapies that harness the power of a patient’s
own immune system to protect them against severe disease.
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