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Abstract

While many licensed vaccines consist of whole or inactivated pathogens, there 
is a move toward vaccines based on purified antigens which although safer are 
generally less immunogenic and therefore require adjuvants to trigger protective 
immunity. Alum, the most common adjuvant, has a record of successful use in 
vaccines, where an antibody-mediated immune response can confer protective 
immunity. However, alum is a poor inducer of cellular immune responses. The 
mechanism underlying this selective enhancement of humoral responses is still not 
well understood. Here, to gain an improved insight into its mode of action, innate 
immune responses to alum and their impact on adaptive immune responses were 
studied.

Alum strongly regulates innate immune response, in part by promoting the 
release of cytokines. It is demonstrated here that alum induced necrosis and 
promoted release of the damage-associated molecular pattern (DAMP), IL-33, which 
controlled eosinophil and IL-4-producing innate cell influx. Furthermore, both alum- 
driven IL-la and IL-ip promoted neutrophil infiltration in an inflammasome- 
independent manner, while a product of caspase-1 or caspase-11 induced 
inflammatory monocyte recruitment. Although, IL-1 and IL-18 did not significantly 
modulate alum-driven adaptive immune responses, ST2, the IL-33 receptor, regulated 
the type of antigen-specific antibody isotype induced by alum. Alum-driven THl- 
related lgG2c secretion was enhanced in ST2 mice, while IgE production was 
reduced.

Recent studies have shown that the adjuvant properties of alum can be 
enhanced by incorporating additional immunostimulators, including the TLR ligands, 
CpG and the LPS derivative, MPL. However, it is demonstrated here that alum inhibits 
the induction of the THl-polarising cytokine IL-12 in dendritic cells. This is due to 
selective inhibition of the IL-12p35 subunit and the inhibitory effect was the result of 
adjuvant-induced PI3 kinase signalling. Moreover, IL-12 inhibition was not restricted to 
aluminium-containing adjuvants, but was also seen with a number of other particulate 
adjuvants. Furthermore, alum promoted secretion of IL-10, a potent anti
inflammatory cytokine, by DCs. Alum injection enhanced early production of IL-10 by 
draining lymph node cells. Moreover, deficiency in IL-10 resulted in enhanced THl 
responses after immunisation with OVA and alum, while production of antigen- 
specific antibodies were intact.

Overall, these results strongly indicate that alum promotes necrosis at the site 
of injection followed by IL-1 and IL-33 dependent sterile inflammation, which is 
independent of inflammasome formation. Moreover, this is the first time that IL-10 
and ST2 are identified as potent modulators of alum-induced adaptive immune 
responses.
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l.l.Vaccines

Vaccines are ideally designed to be non-toxic, but at the same time induce 

a specific, long lasting, preferably lifelong, protection against pathogens. The history of 

vaccination started in the 18th century with attempts to deal with rampant smallpox 

epidemics. It was Edward Jenner who introduced the concept of vaccination in 1796 

when he demonstrated that infection with the cowpox virus could induce protective 

immunity against smallpox (1). In the 20*'^ century, Louis Pasteur developed many 

vaccines using attenuated pathogens, including cattle anthrax (in the 1870s) and rabies 

(in 1885) (2). This attenuation approach has been highly productive in providing the 

basis for a number of successful vaccines. It later led to the development and 

widespread introduction to human population of vaccines against measles, mumps, 

rubella, yellow fever and polio (3). Furthermore, a second polio vaccine was also 

prepared from inactivated virus and this approach of killing pathogens for vaccination 

was also applied to pathogens including Bordetella pertussis. However, even though 

these vaccines were highly effective, development of vaccines using live, attenuated or 

inactivated pathogens is not applicable to all diseases due to safety concerns. For 

instance, the inactivated pertussis vaccine was demonstrated to induce undesirable 

reactogenicity at the injection site and some systemic reactions (4). Furthermore, in 

the 1950s some batches of the inactivated poliovirus vaccine caused poliomyelitis in 

children, although this was found to be a result of incorrect vaccine preparation (5). 

Even now, there are reported cases of polio derived from attenuated oral poliovirus 

vaccine. Vaccine derived poliovirus can cause paralytic polio in humans which can be 

further transmitted through person-to-person contact. This can lead to serious 

problems in countries where vaccine coverage is low. For instance, in 2011 alone there 

were outbreaks of vaccine-derived polio in countries including Yemen, Mozambique 

and Madagascar (6). As a result of such safety concerns, there has been a drive to 

develop non-living vaccines which consist only of pathogen components (subunit 

vaccines). However, subunit vaccines are generally poorly immunogenic and require 

the addition of an adjuvant to induce protection and to date there are only a few 

adjuvants in clinical use (Section 1.12).



Table 1.1. Childhood vaccination in Ireland. *6-in-l vaccine. Adapted from (7).
Live and attenuated vaccines Subunit vaccines
Measles Pertussis*
Mumps Tetanus*
Rubella Diphtheria*
Tuberculosis Hepatitis B virus*

Haemophilus influenzae type B*
Inactivated vaccines Pneumococcal disease
Polio* Meningococcal C disease

Human Papillomavirus

Overall, despite encountering some problems and the initial slow progress, 

vaccines are one of the most important developments in medicine over the past 

centuries. They have led to the eradication of smallpox and dramatically decreased the 

incidence of other infectious diseases including poliomyelitis, tetanus and pertussis. 

However, there is a pressing need to develop new vaccines, particularly against HIV, 

malaria and tuberculosis. There are also some drawbacks to existing vaccines which 

need to be addressed. For instance, some vaccines do not induce lifelong protection or 

induce only partial protection, which requires additional, booster vaccinations. Other 

vaccines protect only against some pathogen strains, e.g. pneumococcal and 

meningococcal vaccines (8). Importantly, to address these problems, there is a need to 

understand our immune responses toward pathogens to determine the nature of 

protective immunity, which will allow for the development of new and improved 

vaccines (Figure 1. 1).

Antigens 
Microbiotogy 
Physiology

(2) Identity and select conserved 
protective antigen capable of Inducing 
protection In outbred population I

(1) Identify appropriate protective/ 
effective effector mechanism in the host: 
immunological correlate of efficacy i

Delivery systems 
and

immunopotentiators

(3) Select appropriate delivery mode 
andlor immune stimulus to induce 
correct type and magnitude of 
immune response 1

1

\

Figure 1. 1. Rational vaccine design. Vaccine design should start with comprehensive 
understanding of protective immune responses against pathogens, followed by selecting 
appropriate antigens and delivery systems to induce appropriate immune responses. Figure 
from (9).



1.2.Immune responses

The immune system evolved to enable organisms to recognise and combat 

pathogens, which can be harmful or even deadly to their host. However, pathogens 

firstly encounter anatomical barriers, including protective layers of the skin and 

epithelial cells, which are armed with enzymes and anti-microbial peptides (10). If 

pathogens breach these barriers, there are obstacles placed by the immune system to 

overcome. The immune system can be divided into two components: innate and 

adaptive immunity. Importantly, these systems are linked and both are essential in 

preventing infections.

The innate immune system is older evolutionarily and found in all forms of 

plants and animals. It is the first line of defence and is induced shortly following 

pathogen invasion (11). Pathogens can be recognised by effector cells of the innate 

immune system including neutrophils, macrophages and dendritic cells (DCs). These 

cells can clear pathogens by recognition of opsonins (antibodies and complement 

proteins) coating the surface of the invader. This interaction results in phagocytosis 

and killing of the pathogens. Furthermore, innate cells secrete cytokines and 

chemokines which leads to inflammation and in some cases this process can promote 

the induction of adaptive immunity (12). In contrast, the adaptive immune response 

depends on antigen recognition by lymphocytes and is directed at specific 

pathogen-derived antigens. The induction of adaptive immune responses occurs 

a number of days after the first contact with pathogen. However, the next contact with 

the same pathogen can lead to rapid recognition and clearance due to immune 

memory (13).



1.3.Recognition of infection and cell death

The innate immune response depends on the recognition and distinction of self 

from non-self using sets of pathogen recognition receptors (PRRs), sensing a limited 

range of evolutionarily conserved motifs expressed by pathogens, pathogen associated 

molecular patterns (PAMPs), which are crucial for pathogen survival, and thus cannot 

be mutated (14). PRRs comprise four main families: Toll-like receptors (TLRs), retinoic 

acid-inducible gene RIG-like receptors (RLRs), Nod-like receptors (NLRs) and C-type 

lectin receptors (CLRs) (15-17). Moreover, there are also various cytoplasmic DNA 

receptors, which belong to different protein families (18) (Figure 1.2 and Table 1.2).

Membrane TLRs CLRs

Figure 1. 2. Pathogen-recognition receptors. PRRs can be either membrane-associated 
receptors such as Toll-like receptors (TLRs) or C-type lectin receptors (CLRs) or cytosolic 
proteins such as Nod-like receptors (NLRs), retinoic acid-inducible gene RIG-like receptors 
(RLRs) and the emerging family of cytoplasmic DNA receptors. Taken together, PRRs provide a 
complex and tight system of sensing pathogens and danger by innate immune cells.

TLRs were discovered as the first set of receptors recognising PAMPs, and 

remain the best-characterized PRRs. TLRs are responsible for sensing invading 

pathogens outside cells and in intracellular endosomes. The membrane TLRs, TLRl, 

TLR2, TLR4, TLRS and TLR6 detect microbial membrane components e.g. lipids, 

proteins and lipoproteins, while a set of endosomal TLRs, TLR3, TLR7, TLRS, TLR9 

recognise nucleic acids derived from pathogens (19). Recently, also it has been 

demonstrated that mouse TLRll, TLR12 and TLR13 are endosomal receptors which 

recognise profilin and flagellin and bacterial 23S rRNA (20).
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Figure 1. 3. TLR signalling pathways. Following ligand binding, the Toll-IL-1 resistance (TIR) 
domain of TLRs, IL-IR or IL-18R engage TIR domain-containing adaptor protein, myeloid 
differentiation primary-response protein 88 (MyD88), TIR domain-containing adaptor 
protein/MyD88-adaptor-like protein (TIRAP/Mal), TIR-domain-containing adaptor protein 
inducing IFN-P (TRIP) or TRIF-related adaptor molecule (TRAM). Engagement of these adaptor 
proteins leads to activation of downstream kinases such as IL-lR-associated kinases (IRAKs) 
and the adaptor molecules TNF receptor-associated factors (TRAFs), which lead to activation of 
the transcription factors, nuclear factor-KB (NF-kB), the interferon-regulatory factors (IRFs), 
and activator protein 1 (API). TLR signalling induces pro-inflammatory cytokines, and in the 
case of the endosomal TLRs promotes type I interferon (IFN). Figure from (21).

Another PRR family comprises the CLRs, which can recognise carbohydrates on 

pathogens, including mannose, fucose and glucan structures. Interestingly, some CLRs 

are capable of modulating TLR signalling, but do not induce gene expression by 

themselves (16). One of the best characterized members of CLR family is dendritic 

cell-specific intercellular adhesion molecule-3-grabbing non-integrin (DC-SIGN), which 

can recognise a wide range of pathogens, including HIV, Mycobacterium tuberculosis 

and Helicobacter pylori (22). Another, Dectin-1, is involved in recognising fungal 

pathogens, including Candida albicans and Aspergillus fumigates (23). There are also 

orphan receptors, including dendritic cell expressing ITIM-bearing receptor (DCIR), 

myeloid C-type lectin-like receptor (MICL) and blood dendritic cell antigen 2 (BDCA-2) 

(16).

Cells can sense pathogen-derived RNA and DNA in a TLR-independent manner 

due to the presence of DNA and RNA sensors in the cytoplasm. Of these, two nucleic 

acid sensor families, RNA receptors, RLRs, are better characterized. The RLR family is



composed of retinoic acid-inducible gene I (RIG-1), laboratory of genetics and 

physiology-2 (LGP2) and melanoma differentiation-associated protein-5 (MDA5). They 

recognise dsRNA viruses or dsRNA generated during replication of ssRNA viruses (24). 

It was also proposed that DNA is transcribed into RNA by RNA Polymerase III followed 

by RNA recognition by RLRs (25). One of the critical components in cytosolic 

DNA-mediated innate immunity is stimulator of interferon genes (STING) (26). STING is 

a crucial adaptor protein in inducing type I interferons after recognition of different 

types of cytosolic DNA. It has been demonstrated that it has a pivotal role in immune 

responses to bacteria, viruses, self DNA in autoimmune disorders and DNA vaccines 

(27). However, it is still inadequately understood how different types of cytoplasmic 

DNA can be detected. In the last few years there have been many reports describing 

novel cytoplasmic DNA receptors, including DNA-dependent activator of interferon 

regulatory factor (DAI) (28), interferon gamma-inducible protein 16 (IFI16) (29), 

DExD/H-box helicases, including DHX9, DHX36, DDX41 and DDX60 (18), and cyclic 

GMP-AMP (cGAMP) synthase (cGAS) (30, 31). However, while these different sensors 

interact with cytoplasmic DNA and induce STING-mediated signalling in vitro, for most 

of them, there is a lack of data on whether they are relevant for DNA and virus 

recognition in vivo.

NLRs are cytoplasmic sensors, which recognise not only microbial products but 

also endogenous danger signals associated with inflammation. The NODI and NOD2 

proteins were the first NLRs found to drive pro-inflammatory responses following 

detection of the bacterial peptidoglycan-derived molecules, diaminopimelic acid (DAP) 

and muramyl dipeptide (MDP), respectively. In contrast, following activation of cells, 

some members of the NLR family share the ability to form multiprotein complexes 

(inflammasomes) which are able to process proforms of IL-1(3 and IL-18 (32). For 

instance, on assembly of the NLR family, pyrin domain containing protein 3 (NLRP3) 

inflammasome, pro-caspase-1 is cleaved producing active caspase-1 which is involved 

in proteolytic activation of pro-IL-lp and pro-IL-18 (33) (Figure 1. 4). NLRP3 can sense a 

wide variety of molecules and compounds, including ATP, microbial toxins, including 

nigericin and a-hemolysin, silica and monosodium urate crystals and aluminium 

adjuvants (33).
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Figure 1. 4. Activation of the NLRP3 inflammasome. Activation of NLRP3 by various stimuli 
leads to a conformational change which allows NLRP3 to oligomerise and facilitates 
recruitment of ASC and caspase-1; subsequently caspase-1 is activated and can then process 
pro-IL-lp and pro-IL-18 into their active forms. Figure adapted from (34).

However, it remains unclear how these diverse and unrelated stimuli can 

trigger NLRP3 inflammasome formation. It has been hypothesised that there is 

a common intracellular event induced by these stimuli which activates NLRP3. This 

may be mediated by mitochondrial damage, reactive oxygen species production, and 

lysosomal damage, formation of large pores in the membrane or potassium efflux from 

cells. However, most of these events do not occur following exposure of cells to 

various NLRP3 activators. To date, only efflux of potassium from the cytoplasm has 

been demonstrated to be a common event during NLRP3 activation and, moreover, 

reduction in intracellular potassium concentrations alone can induce NLRP3-induced 

IL-ip secretion (35). Interestingly, it is not only members of the NLR family which are 

involved in activation of caspase-1 and IL-ip. Absent in melanoma 2 (AIM2), a member 

of HIN200 family, can also form an inflammasome, in response to dsDNA from 

Francisella tularensis, vaccinia virus or mouse cytomegalovirus (36-38).



Table 1. 2. PRRs and their ligands Adapted from (14, 16, 20).
PRRs Ligand Example of the ligand source

TLRs

TLR1/TLR2 Triacetylated lipopeptides Gram(-) bacteria, mycoplasma
TLR3 dsRNA Viruses
TLR4 Lipopolysaccharide Gram(-) bacteria
TLRS Flagellin Bacteria

TLR6/TLR2 Triacetylated lipopeptides Gram(+) bacteria, mycoplasma
TLR7 and TLRS ssRNA, short RNA Virus, bacteria, self

TLRS CpG Virus, bacteria, protozoa, self
TLRll Profilin and flagellin Apicomplexan parasites and bacteria
TLR12 Profilin Apicomplexan parasites
TLR13 23S rRNA Bacteria

CLRs

DC-SIGN Mannose, Fucose, Glucan Virus, bacteria, fungi
Dectin-1 B-1,3-Glucans Fungi
Dectin-2 Mannose Fungi

RLRs

RIG-1 Short dsRNA Virus
MDA5 Long dsRNA Virus

Cytoplasmic DNA receptors

AIM2 dsDNA Virus, bacteria
cGAS dsDNA Virus

NLRs

NODI DAP Bacteria
NOD2 MDP Bacteria

NLRP3
ATP, MSU crystals, alum, asbestos. Damage, endogenous

silica, a-hemolysis and exogenous particles
NLRC4 Flagellin, Type III secretion system Bacteria

1.4.Dendritic cells bridge innate and adaptive responses

DCs are a heterogeneous population of innate cells which are involved in 

shaping immune responses. They are antigen-presenting cells (APCs), which initiate 

adaptive immune responses by presenting foreign antigens to highly diverse T cell 

receptors (TCRs) on the surface of T cells. Due to their essential role in initiating 

adaptive responses, DCs are armed with multiple PRRs, which enable them to sense 

the external environment. Ligation of PAMPs triggers DC activation and activated DCs 

migrate to draining lymph nodes, where they present antigen-derived peptides, which 

bound to MHC class I or II can be recognised by antigen-specific T cells. In response to 

engagement of PRRs, DCs upregulate co-stimulatory molecules on their surface.

8



including CD80, CD86 and CD40. Additionally, DCs secrete specific cytokines, which 

influence the polarisation of T cell responses. In contrast, in the absence of activation, 

DCs do not upregulate co-stimulatory molecules and thus, presentation of self antigens 

induces anergy in T cells, which can result in tolerance (39).

Due to their essential role as the initiators of adaptive responses, DCs can be 

found in the tissues throughout the entire body, especially at sites where pathogen 

invasion can occur, the mucosal surfaces and skin. However, DCs are heterogeneous 

and there are distinct populations with different properties regarding their potential 

for stimulation of an immune response.

Cytokine receptor

Figure 1. 5. The polarisation of CD4+ T cells requires three signals. DCs induce activation and 
polarisation of naive CD4* T cells via three stimulatory signals. Signal 1 requires pathogen- 
derived antigen presentation through MHC class II on DCs, which is recognised by an antigen- 
specific T-cell receptor (TCR). Mature DCs express co-stimulatory molecules including CD80 
and CD86, which serve as a signal 2, recognised by complementary ligands on T cells. 
Furthermore, stimulated T cells require third signal, which will polarise them into specific T 
helper cell subclasses.

DCs can be subdivided into 2 main subtypes: plasmacytoid DCs (pDCs) and 

conventional DCs (cDCs). They differ in surface markers and function, as cDCs function 

mainly in initiation of the adaptive response (40). In contrast, pDCs selectively express 

TLR7 and TLR9 and have the capacity to produce large amounts of type I IFNs in 

response to viruses or host-derived nucleic acid-containing complexes (41). However, 

this division is not sufficient, because cDCs can also be subdivided (Figure 1. 6). For 

instance, mouse splenic DCs differ in their capacity for antigen processing, CD8* DCs 

are specialised in cross-presentation (presenting extracellular antigens in the context 

of MHC class I) while CD8’ DCs specialise in presenting antigen via MHC class II (42).
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Figure 1. 6. Dendritic cell subsets. DCs can be subdivided based on their surface phenotype 
markers and their localisation. pDCs are involved in innate immune responses against 
pathogens, while cDCs including resident and migratory DCs are engaged in the adaptive 
immune responses. In the mouse spleen and lymph node, resident DCs can be divided into 
three subsets depending on CD4 and CDS expression, double negative (DN) DCs, CD4* DCs and 
CD8^ DCs. Furthermore, the lymph nodes also contain migratory DCs, such as CD103* DC, 
CDllb* DC, and Langerhans cells. DC subsets can specialise in driving either CD4+ T cell or 
CD8+ T cell adaptive immune responses. Figure from (43).

Interestingly, despite the fact that there is a substantial amount of knowledge 

about cDC biology and function, a cDCs specific transcription factor, Zbtb46, has only 

recently been identified (44, 45). Zbtb46 is an important transcriptional repressor in 

steady-state cDCs, which prevents their activation during homeostasis (46). Until the 

discovery of Zbtb46, CDllc, which is shared by many cells, including DCs, was used for 

depletion studies. However, depletion of CDllc"^ cells results in disappearance of, not 

only cDCs, but also pDCs and some populations of monocytes and macrophages, 

whereas during depletion of Zbtb46-expressing cells, only cDCs are missing (44). 

Overall, this novel approach will give significant insights into the contribution of cDCs 

alone, but not all CDllc-expressing cells in immune responses.

1.5.T cells regulate and orchestrate adaptive immune responses

The immune system generates non-specific and antigen-specific responses to 

ensure clearance of pathogens. Both are essential for host protection, but to develop 

sustained immunity, antigen-specific memory responses are needed. T cells play 

a crucial role in adaptive immune responses as effector cells. They can recognise
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specific antigens via TCRs and drive immune responses through activation of other 

cells. DCs can present antigen to two distinct populations of T cells: €04"^ and CDS"^ T 

cells via MHC class II and I, respectively (47). Furthermore, antigen-specific CD4^ T cells 

can become polarised into subtypes including THl, TH2, TH17, T follicular helper cells 

and T regulatory cells (48). These cells drive either cell-mediated immunity, humoral 

immunity or tolerance.

Th,
IL-12,IFN-v

Figure 1. 7. Differentiation and plasticity of effector CD4+ T cells. Naive T cells differentiate 
into THl, TH2, TH17, Treg or Tfh cells depending on cytokines present during differentiation. T 
helper cells can change their effector phenotype due to cellular plasticity. Figure from (49).

Cell-mediated immune responses provide defence against intracellular 

pathogens, while humoral immune responses are based on antibody production, 

which protects against extracellular pathogens and their toxins. Interestingly, 

differentiated T helper cells can be converted into another effector subset, due to the 

fact that these subsets retain some degree of plasticity (49).

1.5.1. T helper cells
Initially, it was proposed by Coffman and Mossman that CD4^ T cells can be 

subdivided into THl and TH2 cells, which mediate different types of adaptive immune 

responses through the cytokines they secrete (50). THl cells secrete IFN-y and TNF-p 

allowing them to activate macrophages, NK cells and antigen-specific CDS"^ T cells,

11



which drive cell-mediated immunity. Conversely, TH2 cells produce IL-4, IL-5 and IL-13. 

These cytokines are responsible for promoting B cell expansion, antibody production 

and innate immune response, including eosinophil infiltration and mast cell 

degranulation, the key events in humoral immune responses. Due to this strong 

polarisation of immune responses, it was proposed that an imbalance in TH1/TH2 

responses can result in pathology, including TH2-mediated allergy and asthma or 

THl-mediated autoimmunity (51). However, in recent years other CD4^ T cell subtypes 

have been discovered, which also impact the outcome of immune response, including 

TH17 and Tfh cells (52). Interestingly, TH17 cells have been implicated in the 

pathogenesis of autoimmune diseases, including rheumatoid arthritis and multiple 

sclerosis. However, these cells also have an important function in combating 

infections, particularly at mucosal surfaces, where TH17 cells are abundant. The 

signature cytokine produced by TH17 cells is IL-17A, but these cells can also produce 

other cytokines, including IL-17F and IL-22 (53).

Naive CD4'^ T cells polarise into different effector T cells depending on the 

nature of "signal 2" and "signal 3" provided by DCs, namely co-stimulatory molecules 

and secreted cytokines. IL-12p70 is a key cytokine produced by antigen-presenting 

cells, which drive the polarisation of naive T cells into the THl subset. In contrast, the 

suppression of IL-12 production and expression of 0X40 ligand by DCs can induce TH2 

polarisation (39). Induction of TH2 responses is also enhanced by DC-independent 

factors, including IL-4, TSLP, IL-25 or IL-33 (54). TH17 cells require IL-23, TGF-p and IL-6 

for differentiation (55). Moreover, IL-23 together with IL-ip is essential for the 

maintenance and amplification of TH17 responses (56). Furthermore, polarisation of 

T cells depends on specific transcription factors, which are triggered by polarising 

cytokines secreted by APCs. THl development is dependent on IL-12-induced 

activation of STAT4 and IFN-y-induced STATl and their master transcription factor is 

T-bet. TH2 polarisation is driven by IL-4-induced STAT6 signalling and the master 

transcription factor GATA3. Interestingly, the transcription factors, T-bet and GATA3 

inhibit polarisation to TH2 and THl cells, respectively. TH17 cells differentiate through 

upregulation of the transcription factor RORyt and this process also requires STAT3 

signalling (48).
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Table 1. 3. Polarising and signature cytokines and transcription factors of T helper 
cell subtypes. Adapted from (49, 51, 57)

CD4+ T cell Polarising
cytokines

Signalling pathway 
activated

Transcription
factors

Signature
cytokines

THl IL-12 STAT4 T-bet IFN-v
TH2 IL-4 STAT6 GATA3 IL-4, IL-5, IL-13

TH17 IL-6, IL-23, TGF-3 STAT3 RORyt IL-17A
Tfh IL-21 STAT3 Bcl-6 IL-21
Treg TGF-3 STATS FoxP3 IL-10, TGF-3

1.5.2. T regulatory cells

In contrast to the T helper cells described above, T regulatory (Treg) cells are 

immunosuppressive lymphocytes, which are essential in maintaining the balance 

between immunity and tolerance toward various antigens. Indeed, they protect the 

host from a variety of autoimmune diseases, immunopathology and allergic diseases. 

However, tolerance can also be dangerous, as in the case of tumours, where 

regulatory mechanisms compromise their eradication. The anti-inflammatory 

properties of Treg cells can be mediated by secretion of IL-10, TGF-3 and IL-35. 

Furthermore, their development is dependent on STAT5 signalling and their master 

transcription factor is forkhead box P3 (FoxP3). Treg cells can be subdivided into two 

subsets based on their origin: natural Treg (nTreg) and inducible Treg (iTreg). nTreg 

cells develop in the thymus during TCR affinity selection, due to recognition of 

self-antigens. nTreg are cytokine-independent, constitutively express high levels of 

CD25 and FoxP3 and represent 5-10% of total CD4+ T cells. On the other hand, iTreg 

cells need to be polarised into CD25'^FoxP3'^ Treg cells from naive CD4+ T cells under 

tolerogenic conditions, such as the presence of TGF-P or IL-10 (58). Despite the fact 

that nTreg and iTreg cells develop independently, both are defined as 

CD4^CD25'^FoxP3'^ expressing cells and they cannot be distinguished based on these 

markers (59). However, recently, it has been demonstrated that nTreg cells express 

neuropilin-1, while iTreg cells do not (60, 61), which provides an excellent opportunity 

to establish a role of nTreg versus iTreg in various pathogenic conditions. Interestingly, 

although the majority of Treg cells are CD25^ there are also subsets of 

CD4^FoxP3'^CD25‘ Treg cells, which have suppressive effects at mucosal surfaces.
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including the lungs and intestine (62, 63). However, their origin is still not fully 

understood.

1.5.3. CD8^T cells

CD8^ T cells are cytotoxic cells, which are important players of the adaptive 

immune responses that control intracellular infections and tumours by killing infected 

or transformed cells. CDS'" T cells are able to recognise peptides presented by MHC 

class I on most cells, followed by direct cytolysis of target cells. Antigen-specific CDS'"! 

cells kill cells by inducing apoptosis (Figure 1. S). Furthermore, CDS^ I cells can produce 

cytokines, including IFN-y, which have an impact on polarisation of I helper cells (64).

Apoptosis B Apoptosis

comptex

Figure 1. 8. CTL-mediated cytotoxicity. Cytotoxic I lymphocytes can kill target cells by inducing 
apoptosis via triggering death receptors (A) or by release of granzyme B and perforins (B). 
Figure from (65)

comptox

Although CDS+ I cells predominantly produce IFN-y (66), when cultured under 

certain conditions, for instance, in the presence of IL-2 and IL-4, they can produce IL-4 

(67). Therefore, cytotoxic I cells have been subdivided into cytotoxic T cells type 1 and 

type 2 (6S). This division has been supported by identifying cytotoxic T cells producing 

IL-4 in leprosy patients (69), patients with chronic obstructive pulmonary disorder (70), 

asthma (71) and different types of cancer (72, 73). Interestingly, it has been observed 

in experimental models of tumour challenge that only tumour-specific Tcl, but not 

Tc2, can protect against tumour growth, which suggests ineffectiveness of Tc2 cells in 

promoting cell-mediated immunity (74). Importantly, due to their cytotoxic functions 

CDS"^ T cells are crucial players in mediating protection against viruses and intracellular 

bacteria and therefore, their activation is essential for developing vaccines against 

many diseases (75).
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1.6.Induction of humoral immune responses

Plasma cells are a key player in the humoral immune responses due to their 

ability to produce antigen-specific antibodies, which can neutralise toxins and some 

pathogens. Plasma cells develop from naive B cells, which encounter foreign antigen. 

Depending on the type and strength of the interaction between antigen and the BCR, B 

cells can differentiate into short-lived antibody-secreting plasma cells or germinal 

centre (GC) B cells. GC B cells require help from follicular helper T (Tfh) cells to undergo 

somatic hypermutation, isotype switching and affinity-based selection which results in 

the generation of memory B cells or long-lived plasma cells (Figure 1. 9) (76). T 

follicular helper cells are defined by high expression of the inhibitory receptor PD-1, 

CXCR5 and secretion of the signature cytokine IL-21 (77). Recently, it has been shown 

that Bcl-6 is an essential regulator of Tfh cell development. Overexpression of Bcl-6 in T 

cells leads to upregulation of CXCR5 and PD-1, while repressing expression of the 

master transcription factors of other T helper cell subsets (78). Furthermore, Tfh cell- 

derived IL-21 is required for differentiation of GC B cells (79, 80). Differentiated plasma 

cells home to the bone marrow, where they produce antibodies for prolonged periods, 

in some cases even for the entire life span. Plasma cell-derived antibodies are divided 

into different isotypes according to the differences in the constant region of the heavy 

chain. There are 5 classes of heavy chain constant domains; IgM, IgG, IgA, IgD, and IgE. 

Furthermore, IgG can be split into 4 subclasses, IgGl, lgG2, lgG3, and lgG4 in humans 

and IgGl, lgG2a or lgG2c (depending on genetic background), lgG2b, and lgG3 in mice, 

each with their own specific properties, which have been attributed to their distinct 

capacity to interact with Fc receptors (81).
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Figure 1. 9. Differentiation of naive B cells into plasma cells. Naive B cells have to encounter 
antigen in the lymph node. Upon antigen recognition by its BCR, B cells differentiate into short
lived plasma cells which produce antibodies rapidly after antigen encounter or germinal centre 
B cells. GC B cells require interaction with T follicular helper cells for additional signals to 
generate long-lived plasma cells or memory B cells.

IgG subclasses play diverse and important roles in immune responses, including 

induction of cytotoxicity, phagocytosis and cytokine production. Interestingly, lgG2a/c 

and lgG2b are considered to be most potent for activating effector responses and 

dominate in autoimmune (82) and antiviral immunity (83, 84). IgG class switching is 

influenced by multiple factors, including the cytokine environment and the nature of 

antigen. IgGl switching is induced in the presence of the TH2-associated cytokine, IL-4, 

which also promotes IgE (85), whereas lgG2a/c, lgG2b and lgG3 switching is influenced 

by the THl-associated cytokine, IFN-y (86). Additionally, lgG2b switching can be 

promoted by TGF-P (87). Furthermore, protein antigen elicit IgGl, lgG2a/c and lgG2b 

expression, while carbohydrate antigens induce lgG3 antibody production (88).

While the isotype and subclass of an antibody dictate its effector functions, 

light chain re-arrangement facilitates antigen-specific recognition. This specificity is 

crucial, because the immune system can mediate protective responses by production 

of neutralising antibodies. Induction of neutralising antibodies is seen as the key 

correlate of protective immunity for vaccines against many diseases, including tetanus, 

pertussis, diphtheria, polio, hepatitis B and measles (89). Flowever, some pathogens, 

including FIIV, can rapidly change their antigenic profile as a result of their high 

mutation rate during replication, which allows them to escape immune responses in 

the host (90). In the case of influenza, the development of a universal vaccine is very 

challenging, not only because there are multiple strains and subtypes, but also these
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vary every year (91). However, there are increasing efforts to induce broadly 

neutralising antibodies (bnAbs), which bind to conserved motifs on viral proteins. This 

would potentially diminish the challenge of antigen shift and multiple viral strains (92). 

Such bnAbs have been identified in patients and engineered in vitro in the case of HCV, 

HIV and influenza with the help of phage display technology and B cell cloning (92). 

Broadly neutralising monoclonal antibodies target epitopes on the envelope proteins 

of HIV and influenza, which are critical for virus evasion. In the case of HIV, bnAbs 

target different sites on the envelope protein gpl20 (93, 94) while surprisingly, 

influenza cross-reactive antibodies bind to the conserved region of the hemagglutinin 

stem, which is suggested to be important for membrane fusion (95). However, despite 

increasing knowledge, there is still a lack of immunogens and vaccination technologies 

capable of inducing bnAb in vivo in animal models or humans.

l.y.The IL-1 family regulates immune responses

The IL-1 family consists of 11 members of which IL-la, IL-ip, IL-lRa, IL-18 and 

IL-33 are the best characterised (Table 1. 4) (96). It has become apparent that these 

cytokines play a substantial role in shaping both innate and adaptive immune 

responses and are implicated in the pathogenesis of many diseases. IL-1 family 

members share a conserved gene structure, which suggests that they derive from 

a common ancestral gene. However, IL-1 family members differ significantly in their 

processing, secretion and biological functions. Interestingly, although they are all 

extracellular cytokines, only IL-lRa possesses a signal peptide which enables its 

secretion via the endoplasmic reticulum and Golgi apparatus (97). The secretion 

mechanism is poorly understood in the case of the other members. Interestingly, 

members of the IL-1 family can be processed by various enzymes, which can change 

their biological functions. For instance, precursors of IL-ip and IL-18 require cleavage 

to become biologically active (98, 99). On the other hand, IL-la and IL-33 processing 

modulates their functions, but is not necessary for their activation (100).
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Table 1. 4. Members of IL-1 family Adapted from (101).

Cytokines Family name Processing required 
for activity Receptor Inhibitors

IL-la IL-lFl no

IL-ip IL-1F2 yes
IL-lRI/IL-lRaP IL-IRII, IL-lRa, 

SIGIRR
IL-18 IL-1F4 yes IL-18R/IL-18RaP IL-18BP, SIGIRR
IL-33 IL-lFll no ST2/IL-lRaP sST2, SIGIRR

IL-36a IL-1F6
IL-36P IL-1F8 ? IL-36R/IL-lRaP IL-36Ra, SIGIRR
IL-36V IL-1F9
IL-37 IL-1F7 ? Unknown Unknown
IL-38 IL-IFIO ? Unknown Unknown

IL-lRa IL-1F3 no Blocks IL-IRI n/a
IL-36Ra IL-1F5 ? Blocks IL-36R n/a

IL-1 family members signal through closely related receptor complexes, which 

contain a ligand binding chain and co-receptor. IL-1 family receptors belong to the Toll 

like/IL-1 receptor superfamily, members of which share an intracellular TIR domain 

(102). After cytokine binding to its corresponding ligand, a co-receptor is recruited and 

signalling is initiated by TIR domain interactions between receptor subunits. The 

resulting receptor complex can recruit adaptor proteins, such as MyD88, followed by 

activation of nuclear factor-xB (NF-kB), which ultimately leads to production of 

cytokines and chemokines (Figure 1. 3) (102). Due to their potency, IL-1 family cytokine 

signalling is extensively regulated. For instance, IL-lRa and IL-36Ra compete with IL-1 

and IL-36, respectively, for binding sites on their corresponding receptors (97, 103). 

Furthermore, the receptor IL-IRII which lacks a TIR domain, a soluble version of IL-33 

receptor ST2 (sST2), and IL-18 binding protein (IL-18BP) can bind IL-1(3, IL-33 and IL-18, 

respectively, to block their interaction with agonist receptors (104-106). Apart from 

these mechanisms targeting specific members of the IL-1 family, there is also an 

inhibitory receptor, SIGIRR (single immunoglobulin IL-lR-related molecule), which 

interacts with IL-1, IL-18, IL-33 and IL-36 receptors and inhibits their intracellular 

activation (107).
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Figure 1.10. IL-1 family members signalling. IL-1 family members signal through a set of 
agonist receptors, which are tightly regulated by various mechanisms. Adapted from (96).

1.7.1. IL-laandlL-ip

IL-1 was described as the first interleukin in 1979 (108) and had been studied 

under various names, including endogenous pyrogen, lymphocyte activating factor and 

catabolin, reflecting its multiple functions when administered systematically (109). 

Both, IL-la and IL-ip are potent inducers of innate immune responses. IL-1 induces 

swelling, pain and fever, which are the physiological outcomes of the upregulation of 

pro-inflammatory cyclooxygenase type 2 (COX2) and inducible nitric oxide sythase 

(iNOS), leading to nitric oxide production, prostaglandins and platelet activation factor 

release (96). Furthermore, IL-1 promotes chemokine release and upregulation of 

adhesion molecules by endothelial cells, which leads to infiltration of inflammatory 

cells, particularly neutrophils (96). Interestingly, apart from inducing innate responses, 

IL-1 also plays a substantial role in regulating adaptive immune responses. For 

instance, IL-1 is required for the generation of TH17 cells (56) (Section 1. 5. 1). 

Although IL-la and IL-ip share the same receptor complex and can induce the same 

signalling pathways, their distinct expression, processing and release impacts on their 

biological functions in vivo.

IL-lp secretion is mostly restricted to innate immune cells, including 

monocytes, macrophages and DCs. IL-ip requires a two steps activation process to 

become fully active. There has to be a signal to promote expression of pro-IL-ip in the 

cytoplasm. However, pro-IL-ip requires cleavage by caspase-1 to become bioactive 

(99) and commonly inflammasomes are engaged in this process (110) (Section 1. 3).
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Interestingly, there have been reports showing the involvement of other enzymes in IL- 

1(3 cleavage. For instance, neutrophil and macrophage-derived serine proteases, such 

as elastase, cathepsin G or proteinase-3 can cleave the IL-1(3 precursor into a bioactive 

form (111). Furthermore, caspase-8 can form a non-canonical inflammasome, which 

can also process IL-ip following fungal or mycobacterial sensing (112) or Fas, a TNF 

family receptor, activation (113).

IL-1a N

IL-1P N

Elastase A101 
Granzyme B D103 
Calpain F118

Cathepsin G 1103 
Elastase Y113 
PR3 Y113
Caspase-1 0116

Figure 1. 11. Processing of IL-la and IL-lp. Intracellular and extracellular proteases can cleave 
IL-la and IL-ip. IL-la can be processed by elastase, calpain and granzyme B, while IL-ip can be 
processed by cathepsin G, elastase, PR3 and caspase-1. The amino acid recognition sites are 
indicated beside enzymes. The IL-1 domain is represented in blue. Adapted from (100).

IL-la is mainly retained in the nuclei of cells, because it contains a nuclear 

retention signal sequence (114). In contrast to IL-ip, it can be constitutively expressed, 

for instance in the nuclei of keratinocytes, endothelial cells, fibroblasts and mucosal 

epithelial cells (115). It has been suggested that nuclear IL-la can participate in 

transcription (116). Furthermore, in some cell types, such as monocytes and B cells, it 

can also be expressed on the cell surface (117). The mode of IL-la release from cells 

has not been fully elucidated. Flowever, IL-la is considered an endogenous danger 

signal, which is widely expressed and retained in cells during homeostasis, but released 

passively in its full length form during necrosis to induce inflammation (118, 119). For 

instance, injection of mice with necrotic cells promoted neutrophil infiltration, 

dependent solely on IL-la. This was shown by demonstrating that anti-IL-la antibodies 

abolished neutrophil influx but, anti-IL-ip or deficiency in caspase-1 did not (118).
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Interestingly, IL-la has intact biological function in its precursor form, but it has been 

demonstrated that IL-la processing can modulate its activity. For instance, granzyme 

B, calpain or elastase can enhance the potency of IL-la (120).

The potency of IL-1 as a pro-inflammatory cytokine is reflected in its 

pathological role in a number of diseases. IL-l-related diseases are diverse, but are 

often induced by the accumulation of endogenous or exogenous particles leading to 

sterile inflammation. Indeed, the neurodegenerative disease, Alzheimer's disease, the 

pulmonary disease, asbestosis, the cardiovascular disease, artherosclerosis and the 

joint disease, gout, are induced by deposition of the crystals, amyloid-(3, asbestos and 

silica, cholesterol crystals, and monosodium urate crystals, respectively (121). 

Interestingly, IL-1 can be also pathogenic in ischemic diseases, such as stroke (122) or 

myocardial infarction (123), where resolution of the inflammation is crucial to maintain 

tissue homeostasis. Furthermore, some diseases can be triggered by gain-in-function 

mutations which lead to spontaneous release of IL-ip. For instance, mutations in the 

NLRP3 protein, which lower the threshold for inflammasome assembly, have been 

associated with rare genetic disorders, hereditary periodic fever syndromes including, 

Muckle-Wells syndrome, familial cold autoinflammatory syndrome and chronic 

infantile neurological cutenous and articular syndrome (124).

1.7.2. IL-18 modulates cellular immune responses

IL-18, a pro-inflammatory cytokine, which promotes IFN-y production, was 

originally named IFN-y inducing factor (IGIF) (125). Similarly to IL-ip, IL-18 is 

synthesised as a precursor which needs to be processed by caspase-1 in order to 

become bioactive (98). However, there is a significant difference between these two 

cytokines. Unlike IL-ip, the IL-18 precursor is constitutively expressed by monocytes, 

macrophages and the barrier cells, keratinocytes and epithelial cells (126-128). IL-18 

secretion is tightly regulated. IL-18-binding protein (IL-18BP) is a highly expressed 

soluble factor, unrelated to any other member of the IL-1 family and it has high affinity 

for soluble IL-18 (129). However, once the IL-18 is in excess, it can bind to its unique 

receptor subunit, IL-18R which associates with IL-18RaP (signalling pathway on Figure 

1. 3). In contrast to IL-18, expression of IL-18R is limited. For instance, it is expressed by
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THl, but not TH2 cells (130). However, it is dispensable for initial THl polarisation, but 

provides an amplifying signal for proliferation and cytokine production (131). 

Interestingly, regulatory T cells can also express IL-18R. However, in contrast to THl 

cells, IL-18 suppresses their function, rather than activating them (132). Furthermore, 

natural killer cells express IL-18R and similarly to THl cells, IL-18 enhances IFN-y 

production in the presence of IL-12 (133). IL-18 also augments the cytolytic properties 

of NK cells by induction of Fas ligand (134) and perforins (135), which induce death in 

target cells.

1.7.3. IL-33 modulates humoral immune responses

IL-33 is a more recently discovered member of the IL-1 family, which is 

suggested to play an important role in TH2 polarisation (136). Similarly to IL-la, IL-33 is 

expressed in the nucleus of many cells, predominantly by barrier cells e.g. skin 

keratinocytes, epithelial and endothelial cells (137). Although IL-33 is expressed 

abundantly, its mechanism of release is still unclear. Initially, it was proposed that 

IL-33, similarly to IL-ip and IL-18, was cleaved and activated by caspase-1. However, it 

was later observed that IL-33 is not cleaved by physiological concentrations of caspase- 

1 or the other inflammatory caspases, caspase-4 or caspase-5. Moreover, the 

apoptosis associated caspases, caspase-3 and caspase-7, can efficiently process IL-33, 

which leads to attenuation of its biological activity (138). IL-33 does not have 

a secretory sequence and one possibility is that IL-33 is released from cells during 

necrosis as an active, full-length cytokine. Furthermore, it has been demonstrated that 

IL-33 activity can be enhanced by neutrophil-released cathepsin G and elastase. 

Therefore, during inflammation, when IL-33 is released and neutrophils are recruited, a 

highly active form of IL-33 may be present (139).

22



Soluble ST2

Figure 1. 12. The IL-33-ST2 signalling pathway. IL-33 released during cell necrosis can bind to 
the ST2 receptor or, its soluble version, sST2. IL-33-ST2/IL-lRAcP interaction facilitates the 
activation of the MyD88 dependent pathway, activating (NF-kB) and MAP kinases, which leads 
to expression of inflammatory cytokines. Figure adapted from (140).

IL-33 is a ligand for the heterodimeric receptor composed of a unique receptor 

subunit ST2 and IL-lRaP, which is expressed by a limited number of cells, including 

granulocytes, type 2 innate lymphoid cells, TH2 cells and CD8+ T cells. The role of IL-33 

was firstly investigated in T cells, because ST2 is selectively expressed on TH2 cells, but 

not on THl cells (141). Indeed, naive T cells polarised in vitro into TH2 cells and 

stimulated with IL-33 produce more IL-5 and IL-13. Moreover, in vitro, IL-33 can 

polarise naive T cells toward IL-5 and IL-13-producing T cells, in an IL-4 independent 

manner (142). It has also been demonstrated that IL-33 is potent inducer of CD8^ 

cytotoxic T cells responses in mice infected with viruses (143).

In addition to its role in T cell responses, the ST2 receptor is also expressed by 

many innate cells, thus IL-33 may have an impact on very early immune responses, 

before antigen-specific T cells are involved. Lineage-negative c-kit^ nuocytes and innate 

type 2 helper cells which express ST2 were recently observed (144, 145). IL-33 has 

been demonstrated to induce proliferation and robust IL-13 production by these type 

2 innate lymphoid helper (Ilh2) cells. However, there are only a few reports describing 

these IL-13-producing cells and further work is needed to dissect their role in humoral 

and cellular immune responses. ST2 is also expressed by mast cells (146), eosinophils 

(147) and basophils (148) and IL-33 is potent stimulator of these cells. For instance, 

mast cells stimulated in vitro with IL-33 produce the pro-inflammatory cytokines IL-1, 

IL-6 and TNF-a, and the chemokines MCPl and MIP-la (146). IL-33 also stimulates 

mast cell degranulation, maturation and survival. Furthermore, IL-33 triggers an 

anaphylactic response in mice, in a mast cell-dependent manner (149). In addition, IL-
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33 can directly enhance eosinophil activation and survival in vitro and it induces airway 

eosinophilia even in Rag2-deficient mice (150). Furthermore, the effect of IL-33 was 

investigated in asthma, where mast cells, eosinophils and basophils play a crucial role. 

Indeed, IL-33 is upregulated in the lungs of asthmatic patients and in mouse models of 

asthma (151, 152) and administration of IL-33 to the lungs of naive mice enhanced 

airway inflammation (142). Consistent with this observation, blocking antibodies to IL- 

33 or ST2 during airway challenge attenuated inflammation (153). Recent reports 

suggest a role for IL-33 in regulating neutrophil functions. IL-33 modulated the 

migration of activated neutrophils in two mouse models of disease, sepsis and 

rheumatoid arthritis (154, 155). However, IL-33 is not a chemoattractant, but instead 

upregulates expression of the chemokine receptor CXCR2 on neutrophils.

l.S.Modulation of cell-mediated immunity by the IL-12 family

The IL-12 family of cytokines is critical for cell-mediated immunity, because it 

shapes THl and TH17 immune responses (156). It is a unique cytokine family, because 

its members are heterodimeric cytokines, sharing subunits and molecular partners, but 

concurrently mediating diverse biological functions. The IL-12 family includes, 

pro-inflammatory (IL-12 and IL-23), immunoregulatory (IL-27) and, anti-inflammatory 

(IL-35) cytokines.
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Figure 1. 13. IL-12 family members. Members of the IL-12 family are heterodimeric cytokines, 
which share p40, p35 and Ebi3 subunits. However, they mediate different immune responses. 
IL-12, IL-23, IL-27 are involved in initiation of cell-mediated immune responses, while IL-35 
suppresses T cell proliferation. Adapted from (157).
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Its firstly described member, IL-12 is involved in THl cell polarisation and 

promoting IFN-y production. IL-12 is preferentially secreted by APCs, including DCs in 

response to PAMPs. IL-12 is biologically active as a heterodimer composed of two 

subunits, p35 and p40, which are shared with IL-35 and IL-23, respectively (158). The 

other pro-inflammatory member of the IL-12 family, IL-23 is also secreted by APCs and 

takes part in polarising immune responses. In contrast to IL-12, IL-23 takes part in the 

polarisation of TH17 responses. IL-23 shares its IL-12p40 subunit with IL-12, but also 

comprises a unique IL-12pl9 subunit (159). IL-27 possesses both pro-inflammatory and 

regulatory properties. Similarly to IL-12, IL-27 is involved in promoting THl responses, 

but only early in the initiation of polarisation (160). Interestingly, it is also implicated in 

regulation of TH17 cells by the induction of IL-10 producing T cells during experimental 

autoimmune encephalomyelitis (EAE) (161). Overall, due to their important roles in 

cell-mediated immunity, any changes in IL-12, IL-23 and IL-27 expression might change 

the outcome of immune responses. Interestingly, another member of the IL-12 family, 

IL-35 has an opposing effect on T cell polarisation when compared to IL-12, IL-23 and 

IL-27. It has been described as a suppressor of T cell proliferation. Moreover, along 

with IL-10 and TGF-3, IL-35 is expressed by Treg cells and contributes towards their 

regulatory functions (162).

Phosphoinositide 3-kinases (PI3Ks) are lipid kinases, which catalyse the addition 

of a phosphate molecule specifically to the inositol ring of phosphoinositides. These 

enzymes are key players in many cellular responses, including rearrangement of the 

cytoskeleton, cell growth, chemotaxis and survival (163). There are 4 classes of PI3Ks, 

la, lb, II and III, each involved in different signalling pathways. Class la PI3Ks comprise 3 

subclasses, a, p and 5, which are involved in receptor-mediated signalling during 

immune responses. One of the most profound examples is the negative regulation of 

IL-12. It has been observed that DCs stimulated with TLR ligands produce IL-12. 

However, in the absence of PI3K class la signalling, stimulated DCs secrete higher level 

of IL-12 (164). Furthermore, there are two distinct PI3K-mediated pathways which 

block IL-12 production. Class la PI3Ks activate Akt kinase which has two target 

molecules, target of rapamycin (mTOR) and glycogen synthase kinase 3 (GSK3). 

Activation of mTOR leads to IL-10 secretion and IL-lO-dependent IL-12 inhibition. GSK3 

is involved in PI3K-mediated IL-12 inhibition in a distinct manner, because when not
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blocked by Akt it promotes IL-12 production. Overall, PI3Ks regulate IL-12 production 

by negatively regulating the IL-12 inducer, GSK3, and promoting secretion of anti

inflammatory IL-10 via mTOR signalling (165).

Furthermore, PI3 kinase-deficient mice exhibit impaired immunity due to 

unbalanced polarisation of immune responses. Infections by protozoan and helminth 

parasites trigger opposing and highly polarised THl and TH2 responses, crucial in 

maintaining infection by the host. Mice deficient in p85a, the regulatory subunit for all 

class la PI3Ks, are susceptible to infection \A/ith the intestinal nematode Strongyloides 

venezuelensis, due to a lack of gastrointestinal mast cells. Only reconstitution of 

p85a-deficient mice with TH2-conditioned p85a'^^^ mast cells restores anti-parasite 

immune responses. Non-polarised p85a^^^ mast cells do not promote humoral 

responses, which indicates that the lack of PBkinase skews immune responses toward 

THl (166). Moreover, PI3 kinase class la 6-deficient mice have elevated THl responses 

and are able to control Leishmanio major infection, while wild-type BALB/c mice 

succumb to infection due to TH2 biased responses (167).

1.9.Suppression of immune responses by IL-10

One of the most important cytokines involved in limiting excessive immune 

responses is IL-10, which was originally identified by Mosmann et al. as a factor 

produced by TH2 cells which inhibits cytokine production by THl cells (168). Since this 

discovery the list of cells which can produce IL-10 and information on the functions of 

this cytokine has greatly expanded. IL-10 can be produced by cells of both the innate 

and adaptive immune system. T cells are a significant source of IL-10, especially Th2 

and Treg cells, but it can also be produced by THl, TH17 and CD8'' T cells (169). Other 

cells producing IL-10 include monocytes, macrophages, some DCs, B cells and some 

granulocytes. There are also non-immune cellular sources of IL-10 including 

keratinocytes, epithelial cells and some tumour cells (169). Moreover, most immune 

cells respond to IL-10 as they express the IL-10 receptor (IL-IOR) (170).

IL-10 is necessary to maintain the balance between tolerance and immunity 

and it is crucial in limiting autoimmune pathologies. IL-10 deficient mice are much 

more prone to autoimmune diseases, e.g. EAE (171). It has been suggested that IL-10
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plays a role in the regulation of EAE by suppressing pathogenic THl responses. 

Moreover, during infections, deregulation of IL-10 can cause impaired or exacerbated 

immune responses toward pathogens. In the case of protozoal infections, mice 

deficient in IL-10 upregulate pro-inflammatory cytokines, resulting in 

immunopathology, which is lethal (172, 173). However, over-expression of IL-10 can 

also be detrimental. In the case of pathogens where THl responses are required for 

protection, such as Mycobacterium tuberculosis, this leads to impaired immune 

responses and chronic infection (174). Some effects of IL-10 can be explained by its 

impact on shaping and polarising immune responses. A role for IL-10 in promoting 

a shift from a TH2 to THl response was shown in studies where IL-10 or IL-IOR 

blocking antibodies were used. Neutralisation of IL-IOR in mice immunised with OVA in 

the presence of low concentrations of LPS led to an OVA-specific THl response. 

However, the same concentrations of LPS were not sufficient to prime THl responses 

in the absence of blocking antibody (175). This suggests that under these conditions, 

the induction of THl responses requires not only a pathogen-derived molecule, but 

also neutralisation of the endogenous immunosuppressive cytokine (175). In the case 

of infections where a THl response is crucial for protection, blocking IL-10 signalling by 

monoclonal antibodies can lead to stronger protective immunity. It was shown in mice 

that injection of anti-IL-lOR antibodies results in better clearance of Mycobacterium 

tuberculosis. However, this effect was observed only in BALB/c mice, but not in 

C57BL/6 mice, because BALB/c immune responses are biased toward TH2 polarisation 

and during TB there is significant production of IL-10, which can be reversed by anti-IL- 

lOR antibodies (176).

1.10. Autophagy can modulate immune responses

The term "autophagy" originates from the Latin word, which means 

"self-eating". It is the catabolic mechanism conserved in eukaryotes which involves 

degradation of various cellular components to ensure survival. Autophagy can be 

triggered by a range of stimuli, including starvation, the sensing of damaged 

organelles, misfolded proteins or intracellular pathogens (177). These various signals 

promote the formation of a double-layered membrane, which can elongate and engulf
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cytoplasmic components. The enclosed isolation membrane forms an autophagosome, 

which fuses with the lysosome to form the autolysosome. The content of the vesicle is 

degraded by lysosomal enzymes (178) (Figure 1. 14).

Autophagy plays an important role in host defence. For instance, autophagy 

can eliminate intracellular pathogens by delivering them to lysosomes. However, some 

pathogens can prevent their eradication by autophagy and even exploit this process 

for survival and replication inside the host cell. For instance, bacteria can mask 

themselves against autophagic recognition, block autophagosome maturation, which 

delays their lysis, escape autophagosome or develop resistance to the acidic 

environment in the autolysosome (177).
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Figure 1. 14. The different stages of autophagy. Autophagy is initiated by inhibition of 
mammalian target of rapamycin (mTOR) kinase, which can be activated by rapamycin. The 
next step, vesicle nucleation requires the activation and the formation of the PI3 kinase III 
complex. The elongation process engages two complexes, conjugation of two proteins, Atg5 
and Atgl2 and lipid conjugation of phosphatidylethanolamine to LC3 (LC3-I), which leads to 
accumulation of converted LC3 (LC3-II) on the autophagosomes. LC3-II remains on 
autophagosomes until their fusion with lysosomes and formation of autolysosomes. 
Autophagy can be inhibited by various drugs, including 3-methyladenine and chloroquine. 
Adapted from (179).

It has been proposed that autophagy can directly act as an important negative 

regulator of inflammatory responses by targeting cytokine production. For instance, 

autophagy modulates the processing and secretion of the pro-inflammatory cytokine, 

IL-ip. Autophagy can sequester pro-IL-ip and inflammasome components, leading to 

their degradation (180, 181). Interestingly, IL-23 is also negatively regulated by 

autophagy (182) and the regulation of IL-1 and IL-23 production by autophagy may
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modulate the IL-17 secretion and the excessive inflammation associated with 

autoimmune responses (182).

1.11. Immunological memory

The ability to remember past experiences and the induction of rapid responses 

after re-encounter with the same antigen is the defining feature of the adaptive 

immune system. This property is crucial in prophylactic vaccines, which aim to mimic 

primary infection and subsequently give protection upon pathogen encounter. The 

development of memory T and B cells and antibody-producing plasma cells has been 

extensively studied for more than 50 years.

It is established that B cell memory is mediated by sustained antibody 

production by plasma cells and long-lived memory B cells. Both are generated 

primarily in germinal centres following antigen-specific B cell proliferation, but the 

underlying molecular mechanisms are not fully understood (76, 183). A number of 

factors are needed to induce and sustain humoral immune response, including cell-cell 

interaction between B and T cells (Fas, ICOSL, PD-Ll on B cells) and the cytokines, IL-4 

and IL-21, secreted by Tfh cells (77). Memory B cells can be defined as IgG^ and IgM"^ 

memory B cells. Emerging data suggest that IgM'^ memory cells are more prone to 

regenerate GCs, while IgG'^ memory cells tend to generate antibody-forming cells upon 

restimulation (184). Memory B cells can also be defined by surface marker expression 

and mutation level, but the mechanistic basis for this difference is unknown (183).

Although antibody production by plasma cells can be maintained for decades, 

the persistence of plasma cells is not intrinsic, but depends on a specific niche within 

the bone marrow (185). Stromal cells surrounding plasma cells provide survival signals 

either by direct contact or secretion of cytokines. For instance, they produce IL-6, a key 

factor in promoting plasma cell survival. Moreover, hematopoietic cells, including 

eosinophils, megakaryocytes and myeloid precursors express members of the TNF 

superfamily, a proliferation-inducing ligand (APRIL) and B cell activating factor (BAFF), 

which are essential for long-lived plasma cell maintenance (76). Flowever, there is 

limited space for plasma cells in their niches; therefore plasma cells compete for 

survival. Thus, newly differentiated plasma cells migrate to the bone marrow and
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displace resident plasma cells generated during previous immune challenges. This 

model provides an explanation for a progressive decline of serum antigen-specific 

antibodies over time (186). Interestingly, there is evidence that long-lived plasma cells 

can be generated in the absence of germinal centre formation, in a T cell-independent 

manner. For instance, mice immunised with a Streptococcus pneumoniae capsular 

polysaccharide vaccine generate plasma cells independently of GC formation (187).

T cell memory is maintained by a small pool of memory T cells, which 

differentiate from a subset of effector T cells when their population contracts 

following the resolution of infection or vaccination (188). Memory T cells are highly 

diverse with specialised effector functions, which allows them to play distinct but 

cooperative roles during re-infection (189).

Table 1. 5. Major subpopulations of memory T cells. Adapted from (189).
Subset Surface markers Proliferation potential

Tissue-resident Tem CD69, CD103 Little
Circulating Tem CCR5 Little

Tcm CD62L, CCR7 High

Memory T cells have been subdivided into central and effector memory T cells 

(Tcm and Tem), which differ in expression of lymph-node homing receptors, their 

requirement for re-differentiation into effector cells and proliferation potential (Table 

1. 5) (190). Similarly to naive T cells, Tcm recirculate through secondary lymphoid 

organs and upon recognition of antigen give rise to effector T cells, which migrate into 

the site of infection. In contrast Tem circulate in the blood and non-lymphoid tissues 

and in the event of re-infection, they can rapidly respond to pathogens without 

proliferation. Interestingly, more recent studies showed that Tem cells can be further 

subdivided into circulating and tissue-resident Tem cells (191). Due to their small 

number, tissue-resident Tem have been described only recently.
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Figure 1. 15. Memory T cell subsets play distinct but cooperative roles during re-infection.
Resident Tem cells immediate reaction to re-infection is crucial as they can eliminate or at least 
control infection, before circulating Tem would migrate to the site. Furthermore, if resident and 
recruited Tem cells cannot clear infection, after a few days, reactivated Tcm in draining lymph 
nodes differentiate and proliferate to leading to a new wave of effector cells migrating into the 
infected tissue Figure from (192).

Specific stimuli are required to maintain memory T cell survival. It has been 

demonstrated that memory T cells need IL-7 and IL-15 in their environment (193). 

Interestingly, tissue-resident memory T cells express lower levels of IL-7R and IL-15R, 

but they are maintained in the tissue by their expression of CD69 and CD103, which 

sequester them and prevent them from entering the circulation (194). Despite the fact 

there is increasing knowledge about the effector functions of memory T cells, their 

differentiation from effector T cells during the contraction phase remains poorly 

understood.
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1.12. Adjuvants

Vaccines are ideally designed to be non-toxic and to induce a specific, long 

lasting immune response against pathogens. There is a move away from traditional live 

attenuated and killed vaccines toward subunit vaccines. However, safe, subunit 

antigens are generally less inmmunogenic than whole organisms. Therefore, there is 

a need for additional components, adjuvants, in subunit vaccines, which can enhance 

and/or direct immune responses against antigens (195). The term "adjuvant" 

originates from the Latin word, adiuvare, which means "to help" and adjuvants can be 

composed of diverse materials with distinct mechanisms of action. The history of 

adjuvants started in 1925, when Ramon observed that the antitoxin response to 

tetanus and diphtheria toxoid was enhanced by co-administration of foreign materials, 

such as agar, saponins, starch oil or breadcrumbs (196). Indeed, adjuvants play 

a crucial helping role in vaccination by enhancing immune response against even 

poorly immunogenic antigens. Adjuvants can also provide additional assets for 

vaccines. They can reduce the dose of the antigen required for protection and increase 

the efficacy of vaccines in children, older people and immunocompromised individuals 

(9).

Currently only a few adjuvants are in clinical use, namely, alum, the squalene 

based oil-in-water emulsions MF59 and adjuvant system 03 (AS03), and adjuvant 

system 04 (AS04), a combination of alum and the TLR4 ligand, monophosphoryl lipid A 

(MPLA) (197). Until 1997, alum had been the only adjuvant used clinically in vaccine 

preparations. Alum proved to be efficient in vaccines for diseases including diphtheria, 

tetanus and pertussis, where neutralising antibodies are crucial for protection (Table 1. 

5) (198). The squalene-based adjuvants, MF59 and AS03, have been incorporated into 

vaccines against influenza virus to enhance protection (199). The conventional 

trivalent inactivated seasonal influenza virus vaccine (TIV), contains three virus strains 

that are expected to affect people during the upcoming winter. However, this vaccine 

has limitations, mainly in terms of the duration of protection and immunogenicity. TIV 

does not induce long lasting protective immunity, because influenza viruses include 

many strains, which are also highly variable. Therefore, people have to be vaccinated 

every year. Furthermore, vaccination with TIV does not always ensure protection
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against influenza and does not provide optimal protection in elderly people (200). 

Importantly, unexpected outbreaks of the pandemic strains, MINI and H5N1, raised 

a further challenge to vaccine production. To improve on the conventional vaccine and 

possibly generate a universal influenza vaccine, several strategies have been 

investigated, in order to induce stronger and broader immune response against 

influenza. Some of these attempts have led to the licensing of new vaccines. Since 

1997, an MF59-adjuvanted subunit vaccine has been available. MF59 improved the 

immunogenicity of the vaccine and, importantly, allows the induction of optimal 

protection with a lower dose of antigen, which is crucial for a pandemic emergency, 

where the generation of sufficient vaccine is difficult (201). Another new licensed 

influenza vaccine is based on AS03, which is a squalene-based and 

a-tocopherol-containing oil-in-water emulsion. An advantage of the AS03-adjuvanted 

vaccine is the induction of cross-reactive antibody responses against heterologous viral 

challenge (202). However, it has only been used with the prepandemic H5N1 influenza 

vaccine, but not in seasonal vaccines.

Another approach to induce a protective immune response is to develop 

vaccines which combine two or more adjuvants, such as the licensed AS04, 

a combination of alum and MPLA. Ideally this approach would induce synergistic 

effects to trigger stronger immune responses than individual adjuvants. This addition 

of a TLR ligand to alum led to induction of higher antibody titres with longer 

persistence (203). AS04 is a component of two licensed vaccines, one against hepatitis 

B virus (HBV), Fenderix, and the other against oncogenic Human Papilloma Virus (HPV), 

Cervarix (204). Moreover, an AS04-based herpes simplex virus (HSV) vaccine was 

tested, which unfortunately failed in Phase III clinical trials (205). Interestingly, while 

AS04 is used in the HPV vaccine, Cervarix, produced by GlaxoSmithKline, alum alone is 

a component of another HPV vaccine, Gardasil, manufactured by Merck. When 

immune responses were compared in a randomised trial, higher neutralising antibody 

production was detected in women immunised with Cervarix (206). However, there is 

still a lack of data regarding efficacy in preventing cervical cancer for both vaccines 

since they were only adopted recently.

Overall, the spectrum of the diseases which can be prevented by these licensed 

adjuvants is broad, but simultaneously limited (Table 1.6), due to the fact that none of
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these adjuvants can induce strong cell-mediated immune responses. Thus there is a 

pressing need to develop new adjuvants and the list of clinically applied adjuvants for 

vaccination will probably expand.

Table 1. 6. Adjuvants in clinical use. Adapted from (198, 201, 202, 204).
Adjuvant Composition Vaccines

Alum aluminium hydroxide 
aluminium phosphate

Pertussis, Tetanus, Diphtheria 
Haemophilus influenzae type b 

Pneumoccocus
Hepatitis A and B
Papilloma virus

MF59 Oil-in-water emulsion Influenza
AS03 Oil-in-water emulsion H5N1 Influenza
AS04 Alum + MPLA Papilloma virus

Adjuvants comprise a wide variety of molecules and formulations, which 

stimulate immune responses by different mechanisms. They can be categorized based 

on their physical and chemical properties and they include:

• Particulate adjuvants

o Mineral salts e.g. alum. Calcium Phosphate (207) 

o Biodegradable microparticles e.g. PLG (208) 

o Emulsions e.g. MF59 (209) 

o Liposomes (210)

o ISCOMs (Immune stimulating complexes) (211) 

o VLPs (Virus-like particles) (212)

• Immunostimulatory adjuvants

o Microbial derivatives e.g. LPS derivative MPLA or CpG (213) 

o Bacterial toxins e.g. Cholera toxin, E. coli heat-labile toxin (214) 

o Saponins e.g. QS21 (215)

• Combination vaccine adjuvants e.g. AS03 and AS04 (203, 216)
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1.13. Aluminium adjuvants

Aluminium-based adjuvants include several preparations, for instance 

potassium aluminium sulphate, aluminium phosphate, aluminium hydroxide, and 

Imject alum, a mixture of aluminium hydroxide and magnesium hydroxide. In the 

literature, these are all commonly referred as "alum", which can be misleading. 

Furthermore, only two of these, aluminium hydroxide (Alhydrogel) and aluminium 

phosphate (Adju-Phos) are used in licensed vaccine preparations (217, 218). Alum was 

originally used for protein precipitation, mainly for diphtheria and tetanus toxoids in 

an attempt to purify them. Interestingly, in 1926 Alexander Glenny and colleagues 

showed that diphtheria toxoid precipitated with potassium aluminium sulphate 

induced stronger antibody responses than toxoid alone (219). Since this discovery, 

alum has been applied in many vaccine formulations (198). However, to standardise 

the procedure of vaccine preparation, it is now common to adsorb antigens onto the 

standardised commercially available preparations, Alhydrogel or Adju-Phos (218).

Aluminium adjuvants elicit strong humoral immune responses which are 

mediated by secreted antigen-specific antibodies, particularly IgGl, both in mice and 

humans (220, 221). Therefore, alum is applied for vaccines against diseases where 

neutralising antibodies to bacterial toxins and viruses are required for protection (198). 

Moreover, alum increases the level of allergy-associated IgE and is used in murine 

models of allergy and asthma as the inducer of pathological immune response against 

allergens (222). However, alum is a relatively poor inducer of cell-mediated immune 

responses and is therefore unsuitable for HIV, malaria or tuberculosis vaccines, where 

strong cellular immunity is essential (223). It is still not fully understood how alum can 

induce and mediate immune responses and it is only recently that significant interest 

has been shown in the mechanism of action of alum.

1.13.1. Depot theory

Aluminium adjuvants are composed of poorly soluble particles, whose size 

depends on their exact chemical structure. For instance, Alhydrogel (aluminium 

hydroxide) particles have average size of lOpm (a range of 3 to 15pm) (224), while 

Adju-Phos (aluminium phosphate) is around 2pm (225, 226). However, these particles
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are further composed of nanoparticles, which in solution aggregate into 

microparticles. This complex structure gives aluminium adjuvants attractive adsorption 

properties (227). While these properties have been well established in laboratory 

conditions, aluminium adjuvants lose their structure when administered into tissues. It 

was reported that alum forms nodules at the site of injection (219) and when they are 

ground up and injected into a naive animal, they induce immune response against the 

adsorbed antigen (228). Based on these observations, it was proposed that alum works 

as an antigen "depot", retaining the antigen at the injection site and allowing its slow 

release. However, despite the fact that the "depot" theory was formulated decades 

ago, the kinetics of development, composition and importance of the alum "depot" or 

alum nodules were only described recently. Nodules are formed within 4 hours after 

alum administration due to interaction of the clotting agent fibrinogen with alum 

(229). However, these nodules do not only contain alum and antigen, but are also 

composed of extracellular chromatin, histones, extracellular myeloperoxidase and 

neutrophils (229). The composition of alum nodules is very similar to extracellular 

traps formed by neutrophils (230). However nodule formation seems dispensable for 

alum adjuvanticity, because fibrinogen-deficient mice, which do not form an alum 

depot after vaccination, were found to have similar antigen-specific IgGl titres 

compared to wild-type mice (229). Furthermore, to verify whether the alum depot is 

essential for long-lasting immune responses, nodules were surgically removed as early 

as 2 hours post injection and the humoral immune response was analysed for up to 35 

days post immunization. Surprisingly, this early removal of the alum depot did not 

affect the magnitude of the antigen-specific IgGl responses (231). Overall, these 

findings contradict the initial theory that the aluminium depot is essential for 

developing antigen-specific immune responses.

1.13.2. Recognition of alum by the immune system

The means by which alum is recognised by the immune system is still not fully 

elucidated. Recent reports proposed that alum is not recognised by any receptor, but 

rather sensed by plasma membrane lipids (232). For instance DCs, which are essential 

in initiating adaptive immune responses, treated with pronase, an enzyme which
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cleaves surface proteins, can still interact with alum. Thus, it has been proposed that 

alum is recognised by surface lipids, which form lipid rafts, rather than protein 

receptors. Lipid rafts are enriched in sphingolipids and cholesterol, which makes them 

different from the surrounding cell membrane (233). Interactions of alum with 

cholesterol and sphingolipids (e.g. sphingomyelin) on the DC surface leads to 

receptor-independent cell activation dependent on the Syk-PI3 kinase pathway. 

Furthermore, according to this report, DCs do not phagocytose alum and any 

internalisation of alum was followed by cell death. In contrast to DCs, macrophages 

can internalize alum. In agreement with this observation, it was reported that in vitro, 

macrophages are loaded with crystalline aluminium inclusions (234). Moreover, 

following the injection of an aluminium-containing vaccine, it can be observed that 

macrophages infiltrating muscle tissue also contain intracellular alum (207). 

Nevertheless, a direct comparison of the ability of DCs, macrophages and other cell 

types to interact and internalize alum has not been conducted.

Furthermore, in agreement with the study showing that alum is not recognised 

by protein receptors, alum does not seem to engage TLRs. Mice deficient in the TLR 

adaptor proteins MyD88 and TRIF produce comparable levels of antigen-specific 

antibodies to wild-type mice (235, 236). However, MyD88-deficiency has an effect on 

alum-induced innate responses. MyD88-deficient mice were found to have impaired 

recruitment of inflammatory monocytes carrying antigen to the draining lymph nodes 

following alum injection (237). However, this effect could be explained by the fact that 

MyD88 is also involved in transducing signals from the IL-1 receptor.

Indeed, apart from lipid interactions, alum can also activate the NLRP3 

inflammasome. Upon alum activation, NLRP3 along with ASC and caspase-1 forms an 

inflammasome which leads to caspase-1 activation and processing of IL-ip and IL-18 

from their proforms. DCs and macrophages primed with LPS and stimulated with alum 

produce IL-ip and IL-18 in a NLRP3-dependent manner (238). However, the 

involvement of IL-1 and NLRP3 in promoting innate and adaptive immune response to 

alum is controversial. It has been observed that NLRP3-deficient mice had impaired cell 

recruitment to the site of alum injection and draining lymph nodes. Local secretion of 

IL-ip was reduced, which may explain the reduced numbers of neutrophils, 

eosinophils, monocytes and DCs (239). Furthermore, not only was there a decreased
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number of inflammatory monocytes carrying antigen into draining lymph nodes, but 

their activation was also impaired, as reflected in lower expression of MHC class II and 

the co-stimulatory molecule CD86 (239). However, these results were not reproduced 

in IL-1 or caspase-1 deficient mice (240, 241). Moreover, there is also controversy 

about the involvement of NLRP3 in alum-induced adaptive immune responses. Two 

studies reported that NLRP3-deficient mice have defects in alum-driven 

antigen-specific IgGl (236, 242). However, several other studies have questioned the 

role of NLRP3 in alum-induced humoral responses (239, 241, 243). One report showed 

that NLRP3^' and wild-type mice immunised with alum and OVA have similar 

antigen-specific IgGl titres. Furthermore, NLRP3‘^, caspase-1^ and wild-type mice 

displayed comparable number of antigen-specific T cells in draining lymph nodes and 

spleens, following injection with alum and antigen (241). Interestingly, two reports 

showing contradictory results on the role of NLRP3 in alum-driven IgGl antibodies, 

both observed that the absence of NLRP3 impaired alum-induced IgE responses (239, 

242).

Alum promotes not only IL-ip and IL-18 in vitro, but also prostaglandin E2 

(PGE2) production (244). Prostaglandins are lipid mediators involved in the induction of 

inflammatory responses. Furthermore, PGE2 is involved in shaping immunity by 

suppressing THl responses. Interestingly, PGE2 is produced only by primed 

macrophages, but not DCs, which further suggests that there is a difference in alum 

sensing between these cell types. Furthermore, PGE2 production is Syk and p38-MAPK- 

dependent, but NLRP3 inflammasome-independent. In addition, mice deficient in PGE 

synthase (PTGES), have reduced levels of alum-induced antigen-specific IgE production 

in vivo, but antigen-specific IgGl titres are intact in Ptges'^' mice. However, PGE2 

induction was not measured in vivo during alum-driven innate or adaptive responses, 

and thus it is unclear what the mechanism of PGE2-dependent IgE production is.

Although it has been reported that alum can interact with DCs and induce IL-ip 

and IL-18 processing, it is still not understood how alum initiates adaptive immune 

responses. Alum does not induce (245) or only weakly induces maturation of DCs in 

vitro (232). In addition, alum-driven production of polarising cytokines by DCs is 

undetectable. In vivo studies are more informative regarding the mechanism by which 

alum activates DCs. Indeed, at the site of injection, alum induces the recruitment of
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inflammatory monocytes and DCs, enhances uptake and processing of antigens and 

induces DC maturation by increasing MHC class II, CD40 and CD86 expression (237). 

However, this effect is probably indirect as in vitro alum does not directly lead to 

dendritic cell activation. Furthermore, alum enhances the migration of inflammatory 

monocytes from the injection site to lymph nodes resulting in an increase in the 

number of DCs in draining lymph nodes (237).

1.13.3. The innate immune response to alum

Intraperitoneal administration of alum is an established model to determine 

local innate immune responses due to easy isolation of peritoneal exudate cells. In 

unimmunised mice, resident macrophages are the major cell population found in the 

peritoneal cavity (246). Upon alum injection these cells are involved in sensing and 

shaping immune response (241). However, other cells including mast cells, endothelial 

cells, fibroblasts and other leukocytes may also play a role in sensing the adjuvant. 

Alum-induced immune responses are rapidly induced. Just 2 hours post administration, 

alum induces the production of chemokines, including the neutrophil chemotaxin KC, 

monocyte chemotactic protein MCP-1 and the eosinophil chemotaxin eotaxin (237) 

and 2 hours later the cytokines IL-lp, IL-5, IL-6 can be detected at the site of injection 

(241). Interestingly, the resident mast cells and macrophages disappear from the 

peritoneal cavity 6h post alum injection. Simultaneously, alum induces a rapid 

recruitment of leukocytes (237, 241). Neutrophils are the first line of defence and are 

attracted shortly after injection, followed by inflammatory monocytes (which are 

precursors of DCs) and also DCs are recruited to the site of injection. Moreover, the 

number of eosinophils is also increased, but their accumulation is slower after alum 

administration (241).

Importantly, within the infiltrating cells are IL-4-expressing cells which have an 

impact on polarisation of alum-induced adaptive immune responses. In the absence of 

IL-4 and the IL-4 receptor, mice develop similar antigen-specific TH2 responses 

compared to wild-type mice when immunised with alum and antigen. However, 

significantly increased levels of antigen-specific (THl-related) lgG2a and decreased 

levels of IgE are detected in IL-4 and IL-4Ra-deficient mice (247, 248). These data
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suggest that IL-4 is involved in suppressing THl responses. Further studies showed that 

the alum-induced IL-4 is antigen-independent and the IL-4 expressing cells are Gr-1^ 

innate cells. When Gr-l"^ IL-4-producing cells were sorted they were found to be mainly 

eosinophils (249). IL-4 producing cells accumulate as early as 1 day post injection at the 

site of injection, in the peritoneal cavity while their accumulation peaks at day 6 in the 

spleen. When Gr-l"^ cells are depleted from the peritoneum using an anti-Gr-1 

antibody, mice immunised with alum exhibited not only TH2 but also THl responses, 

which further suggests a role for alum-induced IL-4 in modulating cellular immunity 

(241). While Gr-l"^ IL-4-producing cells resemble eosinophils, Gr-1 is not a specific 

marker for eosinophils, therefore eosinophil-deficient, Phil mice and GATAl-deficient 

mice were used to confirm their involvement in blocking THl responses (241). Phil 

mice express diphtheria toxin under the control of the eosinophil peroxidase 

promoter, which results in a lack of eosinophils, while AGATAl mice have a mutation in 

GATAl, which prevents eosinophil differentiation. However, there was no decrease in 

alum-induced OVA-specific IgGl or lgG2a/c in eosinophil-deficient AGATAl and Phil 

mice. The only effect observed was an increase of antigen-specific IgE in AGATAl mice.

1.13.4. Endogenous danger signals

Although alum-induced innate and adaptive immune responses are well 

described, the underlying question of how alum initiates these events remains. One of 

the proposed mechanisms is via the induction of endogenous danger signals. 

Damage-associated molecular patterns (DAMPs) are released by damaged tissues and 

cells undergoing necrosis. Indeed, intramuscular injection of alum induces necrosis in 

the surrounding tissue (207). Moreover, cell death is also induced in the peritoneal 

cavity following injection of alum (250). Therefore, it is very likely that the injection of 

alum releases DAMPs. To date, uric acid and host DMA have been shown to be 

released following alum administration (237, 250). Uric acid is released into the 

peritoneal cavity as early as 2 hours after intraperitoneal alum injection. Uricase 

treatment of mice injected with alum decreases antigen-specific T cell and humoral 

responses, which indicates that uric acid is important for alum adjuvanticity. 

Moreover, uric acid has similar properties to alum. In vitro it can induce IL-ip
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production by primed DCs. Moreover, in vivo uric acid induces TH2 responses, which 

resemble allergic responses (251). Recently, host DNA was described as a new DAMP 

released after alum injection. It is accumulated in the peritoneal cavity as early as 

3 hours after injection. Moreover, treatment of mice immunised with alum with DNase 

decreased antigen-specific IgGl and IgE responses and immunisation with dsDNA 

mimics alum-induced adaptive immune responses. Interestingly, another report 

showed that alum-induced DNA release is critical for DC-T cell interactions and pre

treatment of mice with DNase impairs these interactions, which leads to partial 

reduction in antigen-specific IgGl production. However, the lack of mediators of DNA 

signalling, STING or IRF3, did not decrease antigen-specific IgGl titres (250, 252). Only 

antigen-specific IgE was reduced in the absence of IRF3 (250). Therefore, it still 

unknown how DNA released during immunisation mediates alum adjuvanticity.

1.13.5. Polarisation of immune responses by alum.

Alum strongly promotes humoral immunity and TH2 responses, but poorly 

enhances cellular immune responses. Alum induction of antigen-specific IgGl 

antibodies can lead to enhanced protection against bacterial toxins and viruses, as in 

the case of tetanus, pertussis or HBV vaccines (198). Furthermore, alum is used for 

induction of allergy and asthma in mice, because it is an effective inducer of IgE 

antibodies (253). However, alum does not provide protection against intracellular 

pathogens, such as Mycobacterium tuberculosis (254) or HIV (255). Despite decades of 

use the mechanism underlying this polarisation is not fully understood. However, 

based on our present knowledge there are a number of candidate cytokines and 

pathways which may be involved in the selective enhancement of humoral responses 

and inhibition of cellular immunity. Crucially, the outcome of immune responses 

depends on the differentiation of naive CD4^ T cells into T helper cells. Indeed, when 

mice are immunised with alum and antigen there is an increase of antigen-specific 

CD4+ T cells in draining lymph nodes and spleens (252, 256). Also cells isolated from 

mice immunised with alum and antigen produce the TH2 signature cytokines, IL-4, IL-5 

and IL-13 when restimulated ex vivo with antigen (237, 250). TH2 cells, associated with 

humoral immunity, enhance the production of IgE and IgGl and overall are crucial not
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only in responses against extracellular pathogens, such as parasites, but also in 

pathologic allergic reactions (48). Surprisingly, in the absence of specific 

TH2-associatecl cytokines, alum-induced IgGl responses were not reduced. For 

instance, while IL-4 and IL-13 signalling (via STAT6) is involved in modulating 

alum-induced immune responses, it is dispensable for the development 

antigen-specific IgGl responses (248). Furthermore, alum triggers not only 

antigen-specific IgGl, but also high titres of lgG2a (THl-related) in STAT6-deficient 

mice, while IgE production is reduced. Similar results were obtained in mice deficient 

in IL-4 (247). In contrast, IL-5-deficient mice respond in the same manner as wild-type 

mice when immunised with alum, which suggests that IL-5 is not necessary for 

immunity induced by alum (241, 248). Therefore, the classical TFI2-associated 

cytokines are not required for the induction of protective humoral immune responses 

during alum vaccination, but they might influence the magnitude of these responses. 

This suggests that there are other key cytokines and/or pathways regulating alum 

adjuvanticity.

Although alum is a poor inducer of cellular immune responses, there are 

reports which suggest that alum can induce antigen-specific memory CD8^ T cell 

development (256, 257). However, their generation is limited due to increased 

expression of the inhibitory PD-1 receptor on their surface. Therefore, it has been 

suggested that CD8^ T cells primed using alum require additional stimuli to induce 

memory CD8^ T cells, e. g. the LPS-derivative MPL. Furthermore, alum with MPL 

provided better protection for influenza challenge than alum alone (257). Interestingly, 

when this experiment was repeated in the same laboratory, alum without MPL 

induced better protection in mice challenged with influenza (256).
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1.14. Hypothesis

Alum is an essential adjuvant in vaccines where the induction of neutralising 

antibodies is required for protection. However, it is a poor inducer of cell-mediated 

immune responses; therefore, alum is useful only for a limited number of vaccines. 

Furthermore, the mechanism of alum action has not been fully elucidated and this 

presents an obstacle in finding enhanced adjuvant strategies. The hypothesis 

underlying this thesis is that the poor efficacy of alum in promoting cell-mediated 

immunity is a result of adjuvant-induced immunomodulatory cytokine production.

Alum is a potent inducer of IL-ip. However, while there are numerous reports 

demonstrating that alum-induced IL-ip secretion is NLRP3-dependent in vitro, there 

are conflicting data about involvement of NLRP3 inflammasome in alum-driven 

IL-l-dependent innate responses. It is proposed here that the NLRP3 inflammasome 

has a minimal role in shaping alum-driven immune responses.

Another proposed mechanism of alum adjuvanticity involves alum-induced 

release of DAMPs at the site of injection. Currently there are only two danger signals 

associated with alum induced damage, uric acid and host DNA. Here it is hypothesised 

that alum can induce inflammation-associated necrosis, which releases the 

endogenous danger signal IL-33 at the site of injection, which impacts on the outcome 

of the immune response.

Moreover, it is hypothesised that alum also drives immunosuppressive 

mechanisms during vaccination, which can explain the poor induction of cell-mediated 

immune responses by alum.
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1.15. Aims and objectives

• To comprehensively describe the role of IL-1, IL-18 and the inflammasome 

components, NLRP3, ASC and caspase-1, in alum-induced innate immune 

responses

• To characterise the nature of cell death promoted by alum

• To investigate whether alum promotes IL-33 release in vivo

• To investigate the role of IL-33 in alum-mediated innate immune responses and 

its potential to influence the outcome of alum immunisation

• To investigate the effects of alum on TLR-induced cytokines produced by 

dendritic cells

• To assess the ability of alum to promote IL-10 production, and thereby, 

compromise THl responses in vivo
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CHAPTER 2

MATERIALS AND METHODS





2.1.Materials

All materials were purchased from Sigma-Aldrich unless stated otherwise.

2.1.1. General tissue culture materials and treatments for 
animal studies

Complete RPMI1640 culture medium (cRPMI)

Roswell Park Memorial Institute (RPMI)-1640 medium (Biosera) was supplemented 

with 8% (v/v) heat-inactivated foetal calf serum (Biosera), 2mM L-glutamine (Gibco) 

and 50U/ml penicillin and SOpg/ml streptomycin (Gibco). Additionally, cRPMI medium 

was supplemented with Img/ml of selection antibiotic geneticin (Gibco) for J558 cell 

culture.

Complete DMEM culture medium (cDMEM)

Dulbecco's Modified Eagle Medium (DMEM) medium (Biosera) was supplemented 

with 8% (v/v) heat-inactivated foetal calf serum (Biosera), 2mM L-glutamine (Gibco) 

and lOOpg/ml penicillin/streptomycin (Gibco).

0.88% Ammonium Chloride Buffer

0.88g NH4CI was dissolved in 100ml of endotoxin-free H2O (Baxter) and filter sterilised 

with a 0.22pm syringe-driven filter (Millipore).

PBS

Sterile and pyrogen-free (Biosera).

Table 2.1. TLR ligands
TLR ligand Target Supplier

LPS from Escherichia coii, Serotype R515 TLR4 Enzo Life Sciences
CpG ODN 1826 TLR9 Oligos etc

Zymosan TLR2 Invivogen
Heat-killed (HK) E. coii (strain BL21) Various n/a
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HKE. coli

This work was carried out by Dr Eimear Lambe in the Adjuvant Research Group, School 

of Biochemistry and Immunology, Trinity College Dublin. BL21 strain of E. coli was 

streaked on a lysogeny broth (LB) agar plate and was left to grow overnight at 37“C. 

An individual bacteria colony was transferred into 10ml of liquid LB and was left 

shaking to grow overnight at 37°C. The culture was then transferred into 100ml of 

liquid LB and was incubated shaking for 2h at 37°C. To determine the number of 

bacteria within the culture, serial dilutions were spread onto LB agar plates which 

were subsequently incubated overnight at 37°C. The number of colonies were counted 

and multiplied by the dilution factor. The number of bacteria in the culture was 

confirmed by measuring the optical density at 600nm using a spectrophotometer. The 

E. coli were killed by heating for 15 minutes at 70°C and were then spread onto LB 

agar plates to ensure that no growth occurred. The cells were pelleted by 

centrifugation and resuspended in PBS to a final concentration of 1 x 10^ cells/ml.

Table 2. 2. Adjuvants and endogenous danger signals used in vitro and in vivo.
Adjuvants Source

Alhydrogel (referred to as Alum) 
Adju-Phosphate 

Calcium Phosphate 

Chitosan

Polylactide-co-glycolide (PLG) Microparticles 

Polystyrene Microparticles 

Monosodium Urate Crystals

Brenntag Biosector, Frederikssund, Denmark 
Brenntag Biosector, Frederikssund, Denmark 
Brenntag Biosector, Frederikssund, Denmark 

Novamatrix, Norway 

Novartis Vaccines
Corpuscular Microspheres-Nanospheres, USA 

Enzo Life Sciences

Preparation of PLG microparticles

This work was carried out by Padma Malyala, Manmohan Singh and Derek O'Hagan in 

Novartis, Cambridge, MA, USA. Ipm microparticles in 0.5% Dioctyl Sodium 

Sulfosuccinate (DSS) were prepared using a double emulsion solvent evaporation 

method. Anionic microparticles were prepared by homogenizing 10ml of 6% w/v 

polymer solution in methylene chloride with 2.5ml of PBS using a 10mm probe (Ultra- 

Turrax T25 IKA-Labortechnik, Germany) with a water:oil ratio of 1:4. After
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homogenizing for 2 minutes, the emulsion formed was added to 50ml of distilled 

water containing dioctylsulfosuccinate surfactant, and the mixture was homogenized 

at very high speed with a 20mm probe (ES-15 Omni International, Jarrenton, VA) for 5 

minutes in an ice bath. This procedure resulted in the formation of a water-in-oil 

emulsion that was then stirred at lOOOrpm for 12 hours at room temperature; the 

methylene chloride was allowed to evaporate. The resulting suspension was washed 

twice and the PLG microparticles were reconstituted to the original volume.

Table 2. 3. List of reagents used for in vitro restimulation assays
Reagent Supplier

NA/LE Hamster Anti-Mouse CD3e 
Phorbol 12-myristate 13-acetate (PMA)

BD Pharmingen 
Sigma-Aldrich

Table 2. 4. List of inhibitors
Inhibitor Target Supplier

CA-074-Me Cathepsin B Sigma-Aldrich
3-Methyladenine (3-MA) Type III PI3 kinases Sigma-Aldrich

Cytochalasin D Actin polymerization Sigma-Aldrich
Chloroquine (CQ) Increase lysosomal pH Invitrogen

Wortmannin PI3 kinases Calbiochem
YVAD-fmk Caspase-1 Bachem
ZVAD-fmk Caspases Bachem

Uricase Monosodium Urate Sigma-Aldrich

Table 2. 5. Antigens used for in vivo studies
Reagent Supplier

Ovalbumin, Grade V Sigma-Aldrich
Human serum albumin (HSA) Novozymes Biopharma UK Ltd

Endotoxin-free ovalbumin (EndoOVA) Hyglos

Ovalbumin

Ovalbumin was used as an antigen in studies examining the adjuvanticity of 

alum in mice. However, ovalbumin obtained from Sigma contains endotoxins, which 

can modulate the immune responses induced by vaccination. Therefore, to remove
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endotoxins, Detoxi-Gel endotoxin removing columns (Thermo Fisher Scientific) were 

used. Ovalbumin was resuspended in sterile H2O (lOOmg/ml) and filter sterilised with 

a 0.22nm syringe-driven filter. Three endotoxin-removing columns were regenerated 

by washing with five resin-bed volumes (5 x 1ml) of 1% sodium deoxycholate followed 

by ten resin-bed volumes of endotoxin-free water. The ovalbumin solution was passed 

three times through each of the columns. The final concentration of ovalbumin was 

determined using the bicinchoninic acid (BCA) protein assay kit (Thermo Fisher 

Scientific) according to the manufacturer's instructions.

2.1.2. Materials for dsDNA concentration analysis

Quant-iT PicoGreen dsDIMA Kit (Invitrogen) containing PicoGreen stock reagent 

(200x), 20x TE buffer and A DNA standard (lOOpg/ml).

2.1.3. Enzyme-linked immunosorbent assay (ELISA) materials

Sodium carbonate buffer

4.2g NaHCOs and 1.78g Na2C03 was dissolved in IL dH20 and brought to pFI 9.5.

PBS lOx

800g NaCI, 116g Na2HP04, 20g KH2PO4 and 20g KCI was dissolved in lOL dH20 and 

brought to pH 7.2.

Washing buffer

0.05% (v/v) Tween 20 in PBS.

Phosphate citrate buffer

10.19g anhydrous citric acid and 14.6g Na2HP04 was dissolved in II dH20 and brought 

to pH 5.5.
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ELISA substrates

Two different substrates were used. A 20mg o-Phenylenediamine 

dihydrochloride (OPD) tablet was dissolved in 50ml of phosphate citrate buffer 

containing 20pl H2O2. OPD was used for all ELISAs, with the exception of IL-12p70 

which was developed with Tetramethyl benzidine (TMB) (Millipore).

Stop solution

IM H2SO4

Table 2. 6. ELISA kits
Kit Supplier Cytokines

Mouse Duoset R&D

Mouse ELISA Max Biolegend
Murine ELISA Development Kit Peprotech 

BD OptEIA BD

IFN-y, IL-ip, IL-12p70, IL-13, IL-23 
IL-33, GM-CSF, MIP-la, MCP-1, TNF-a

IL-la, IL-10, IL-17 
Eotaxin, KC, MIP-2 

IgE

Table 2. 7. ELISA monoclonal antibodies obtained from BD Pharmingen_______
Cytokine Capture antibody Detection antibody

IL-6 Purified Rat Anti-Mouse IL-6 
IL-12p40 Purified Rat Anti-Mouse IL-12 (p40/p70)

Biotin Rat Anti-Mouse IL-6
Biotin Rat Anti-Mouse IL-12 (p40/p70)

Table 2. 8. Detection antibodies for measuring murine immunoglobulins
Antibody Detection antibody Supplier

IgGl Biotin Anti-Mouse IgGl BD Pharmingen
lgG2b Biotin Rat anti-Mouse lgG2b BD Pharmingen
lgG2c Goat Anti-Mouse lgG2c:HRP AbD Serotec

IgE Detection antibody from IgE BD OptEIA kit BD Pharmingen
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2.1.4. Real-time PCR materials

RNA isolation

High Pure RNA Isolation Kit (Roche).

Table 2. 9. Reverse transcription reagents
Reagent Supplier

dNTPs Promega
Reverse Transcriptase buffer Promega

Random primers 5'-NNNNNN-3' MWG Biotech
RNaseOUT Invitrogen

M-MLV Reverse Transcriptase Promega

Real-time PCR reagents

GoTaq® qPCR Master Mix (Promega) - includes qPCR master mix, CXR dye and 

nuclease-free H2O.

Primers

Primers (MWG Biotech) were directed against mouse genes and designed to be 

intron-spanning to avoid amplification of genomic DNA. Dissociation curve analysis 

was performed after a completed real-time PCR to exclude non-specific products.

Table 2.10. Real-time primers

Primer Forward Reverse
3-actin 5'-TCCAGCCTTTCTTGGGT- 3’

IL-10 5'-AGGCGCTGTCATCGATTTCTC-3'

IL-12p35 5'- GGTGAAGACGGCCAGAGAAA -3'

IL-12 p40 5'-GTGTAACCAGAAAGGTGCGTT-3’

5'-GCACTGTGTTGGCATAGAGGTC-3'

5'-GACACCTTGGTCTTGGAGCTTAT-3'

5'-GGCAACTCTCGTTCTTGTGTAG-3'

5'-TCGGACCCTGCAGGGAAC-3'
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2.1.5. Flow cytometry materials

FACS buffer

2% (v/v) foetal bovine serum in PBS.

Annexin V binding buffer lOx

28.3g HEPES, 87.7g NaCI, 3.7g KCI, 0.96 MgCb and 2.66g CaC^ dissolved in IL dH20.

Table 2.11. Reagents for measurement of cell death
Reagent Target Supplier

Annexin V FITC Phosphatidylserine
Gift from Prof. Seamus Martin (Smurfit 

Institute of Genetics, TCD)
Propidium iodide DNA Sigma

LIVE/DEAD® Fixable
Dead Cell Stain Kit

Free amines Invitrogen

Fluorescent DQ Ovalbumin (Invitrogen)

Fluorescent alum

20|ig of DQ Ovalbumin was added to lOOfig of alum in PBS (final volume of 

500(il) and was incubated on a rotor overnight at 4°C. Fluorescent alum was pelleted 

by centrifugation (10 minutes, 3500g, 4°C) and resuspended in SOOpI of PBS. The level 

of OVA DQ binding to alum was determined by measuring protein content in the 

supernatants from OVA DQ/alum.

Intracellular staining

FoxP3/Transcription Factor Staining Buffer Set (eBioscience) containing 

Fixation/Permeabilization Concentrate (4x stock solution), Fixation/Permeabilization 

Diluent and Permeabilization Buffer (lOx, to be diluted in dH20).

OVA-specific iTAg MHC Tetramer

FI-2 Kb conjugated with PE loaded with SlINFEKL peptide (Beckman Coulter).
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Table 2.12. List of antibodies
Antigen Fluorochrome Clone Supplier

CD16/CD32 Unconjugated 2.4G2 BD Pharmingen
CDllb PE-Cy7 Ml/70 BD Pharmingen

c-kit FITC 2B8 BD Pharmingen

SiglecF PE E50-2440 BD Pharmingen

F4/80 PerCP-Cy5.5 BM8 eBioscience
Gr-1 APC-Cy7 RB6-8C5 BD Pharmingen

CD3 V450 17A2 eBiosciences
CD8a APC 53-6.7 BD Pharmingen

CD44 FITC IM7 BD Pharmingen

CD4 Alexa Fluor 780 RM4-5 eBiosciences
FoxP3 FITC FJK-16S eBiosciences

B220 Alexa Fluor 700 RA3-6B2 BD Pharmingen

2.1.6. Confocal microscopy materials

Table 2.13. Reagents for monitoring alum uptake
Reagent Function Supplier

DQ Ovalbumin Labelling particles Invitrogen
Cholera Toxin Subunit B Alexa

^,-.1 Binds to lipid membraneFluor 647 (CTB-Alexa647) Molecular Probes

Draq7 DNA stain Invitrogen

Hoechst 33258 DNA stain Sigma

Mounting medium

Prolong® Gold Antifade Reagent with DAPI (Invitrogen).
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2.2.Methods 

2.2.1. Mice

Table 2.14. Mice strains

Mouse strain Background Original source

C57BL/6 n/a Harlan Olac (Bicester, UK)

IL-IRI^ C57BL/6 Jackson Laboratories (Maine, USA)

IL-la^ C57BL/6 Prof. Nancy Rothwell (Manchester, UK)

IL-la/p^ C57BL/6 Prof. Nancy Rothwell (Manchester, UK)

IL-18^ C57BL/6 Jackson Laboratories (Maine, USA)

NLRP3^ C57BL/6 Prof. Jurg Tschopp (Lausanne, Switzerland)

ASC^ C57BL/6 Genetech (California, USA)

Caspase-1/11'^' NOD Jackson Laboratories (Maine, USA)

IL-17R^ C57BL/6 Amgen Inc (California, USA)

IL-33' C57BL/6 Sankyo Laboratory Service (Japan)

ST2'' C57BL/6 Prof. Andrew Mackenzie (Cambridge, UK)

4Get C57BL/6 Jackson Laboratories (Maine, USA)

4Get ST2 C57BL/6 Prof. Padraic Fallon (TCD, Ireland)

IL-10^' C57BL/6 Jackson Laboratories (Maine, USA)

Mice were used at 8-16 weeks of age. C57BL/6 mice were obtained from 

Harlan Olac (Bicester, UK). IL-IRI ^ IL-10 ^ IL-17R ^ NLRP3 ASC ^ caspase-1/11 ^ 

IL-33'^' 4Get, 4get ST2''^ and ST2 ^ mice were bred in the Bioresource Unit at 

TCD. 4Get, 4get ST2‘^‘ and ST2 ^ mice were provided by Prof. Padraic Fallon (Institute 

of Molecular Medicine, TCD) and experiments on these mice were performed by 

Dr Hendrik Nel. IL-la^ and IL-la/P ^ were provided by Prof. Stuart Allan (University of 

Manchester) and experiments on these mice were performed by Dr Graham Tynan. 

IL-17R '^' mice were provided by Dr Rachel McLoughlin (School of Biochemistry and 

Immunology, TCD). IL-10^' mice were provided by Prof. Kingston Mills (School of 

Biochemistry and Immunology, TCD). IL-18'^' and caspase-1/11'^' mice were provided 

by Dr Matthew Campbell (Smurfit Institute of Genetics, TCD).
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Animals were maintained according to the regulations of the EU and the Irish 

Department of Health. All procedures performed were conducted under animal 

licence number BlOO/3321 and were approved by the Trinity College Dublin Animal 

Research Ethics Committee (Ethical Approval Number 091210).

2.2.2. Cell Culture

Isolation and culture of murine BMDCs

Bone marrow-derived dendritic cells (BMDCs) were generated from C57BL/6 

mice and mice on a C57BL/6 background. Mice were euthanized using CO2 and their 

femurs and tibiae were dissected from the muscle tissue. The bone marrow was 

flushed out with cRPMI medium using a 27G needle. The cell aggregates were broken 

up using a 19G needle and the cell suspension was pelleted by centrifugation (400g, 5 

minutes, room temperature). The pellet was then resuspended in 1ml of 0.88% 

ammonium chloride red blood cell lysis buffer for 2 minutes. Cells were then washed 

in cRPMI, centrifuged (400g, 5 minutes, room temperature) and resuspended in 10ml 

of cRPMI. Cells were counted and seeded in T175 flasks at 4xl0^cells/ml in cRPMI 

medium supplemented with 20ng/ml of GM-CSF. After 3 days, 30ml of fresh medium 

containing 20ng/ml of GM-CSF was added to the flask. On day 6, the cell culture 

supernatant containing all non-adherent cells was removed and 30ml of cRPMI 

containing 20ng/ml GM-CSF was added. After 2 days, a further 30ml of complete RPMI 

with 20ng/ml GM-CSF was added. Finally, two days later, the loosely adherent cells 

were harvested and counted. Cells were plated in cRPMI supplemented with lOng/ml 

GM-CSF in 96 well round bottom plates at a concentration of 0.625x10^ cells/ml 

(200pl/well) or in 24-well plates at a concentration of 1x10^ cells/ml (500pl/well); cells 

were used the following day for experiments. The specific treatments and conditions 

for restimulation of BMDCs are outlined in each experimental figure legend.

Culture of immortalised bone marrow-derived macrophages

Immortalised bone marrow-derived macrophages (iBMMs) were a gift from 

Prof. Katherine Fitzgerald (University of Massachusetts Medical School, USA). iBMMs
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were cultured in cRPMI medium and every 2 days they were scraped, washed with 

cRPMI and passaged at a 1 in 5 dilution. For experiments, iBMMs were plated at 

a concentration of 0.5x10® cells/ml and were used the following day, at which point 

they had reached approximately 80-90% confluency. The specific treatments and 

conditions for restimulation of iBMMs are outlined in each experimental figure legend.

Culture of C2C12 cell line

The C2C12 cell line was obtained from Dr Richard Porter (School of 

Biochemistry and Immunology, TCD). C2C12 cells were grown in cDMEM medium and 

were passaged every 3 days before reaching 100% confluency; cells were washed with 

PBS before 2% trypsin was added for 5 minutes followed by 2 washes with cDMEM. 

For experiments, C2C12 cells were plated at a concentration of 1x10® cells/ml on day 0 

and were stimulated on day 1, when their confluency reached approximately 80-90%. 

The specific treatments and conditions for restimulation of C2C12 cells are outlined in 

each experimental figure legend.

Culture of J558 cell line

To obtain granulocyte-monocyte colony stimulating factor (GM-CSF) for the 

culture of murine BMDCs, the murine gene for GM-CSF was cloned into a mammalian 

expression vector containing a geneticin resistance gene and transfected into the 

plasmacytoma line X63-AgS (J558 cells). J558 cells were provided by Dr Nathalie 

Winter (INRA, French University Frangois-Rabelais in Tours).

J558 cells were firstly grown at a concentration of 1x10® cells/ml in cRPMI 

medium containing geneticin (Img/ml) for 2 passages. After the second passage, cells 

were washed twice in cRPMI medium and re-seeded in the absence of geneticin 

(1x10® cells/ml). For further passages, cells were seeded at a lower density (0.25x10® 

cells/ml). The supernatants were collected from J558 cells at passage numbers 

4 through to 9. The concentration of GM-CSF in supernatants was quantified by ELISA.

Isolation and culture of peritoneal cells (PerC)

PerC were collected by washing the peritoneal cavity of mouse with 5ml of 

PBS. PerC were pelleted by centrifugation (400g, 5 minutes, 4°C). The supernatant was
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collected and the PerC were resuspended in 1ml of cRPMI and counted. PerC were 

plated at 1 X 10^ cells/ml in cRPMI in 96-well round bottom tissue culture plates 

(200pl/well). PerC were restimulated ex vivo with the appropriate treatments. The 

specific treatments and conditions for restimulation of PerC are outlined in each 

experimental figure legend.

Isolation and culture of splenocytes and mediastinal lymph nodes

Spleens and lymph nodes were collected into cold cRPMI. To obtain a single 

cell suspension, spleens and lymph nodes were passed through 40|im cell strainers 

and rinsed with 2ml of cRPMI. Cells were pelleted by centrifugation (400g, 5 minutes, 

4°C). Cells were resuspended in 1ml of cRPMI and counted. Splenocytes were plated at 

2x10® cells/ml and mediastinal lymph node cells at 1x10® cells/ml in cRPMI in 96-well 

round bottom plates (200pl/well). Cells were restimulated ex vivo with the 

appropriate treatments. The specific treatments and conditions for restimulation of 

PerC are outlined in each experimental figure legend.

2.2.3. Animal Studies

Role of various cytokines in the innate immune response to alum

(i) Mice (C57BL/6, caspase-l/ll'^' IL-la^ IL-la/3 ^ IL-IRI ^ IL-10^ IL-17R^ IL-33 ^ 

NLRP3''^' or ST2'^') were injected intraperitoneally with PBS or alum (Img/mouse). Mice 

were sacrificed at the time points indicated in each experimental figure legend and 

the peritoneal cavity was washed with 5ml of PBS. The wash volume was collected and 

the PerC were harvested. In certain experiments, the mediastinal lymph nodes were 

also isolated. Single cell suspensions of PerC were analysed by flow cytometry and 

where indicated, chemokine and cytokine levels in PerC supernatants were measured 

by ELISA. Moreover, PerC and mediastinal lymph node cells (lxl0®/ml) were 

restimulated ex vivo with specific treatments outlined in each experimental figure 

legend.
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Table 2.15. Restimulations ex vivo
Restimulation Final concentration Stimulation time

Medium n/a 24hor72h
LPS Ipg/ml 24h

heat-killed E. coli MOI 1:10 24h
CpG 5pg/ml 24h

Anti-CD3 200ng/ml 72h
PMA 25ng/ml 72h

Collected supernatants were analysed for cytokine production by ELISA

(ii) Transgenic IL-4-IRES-eGFP mice (4get mice) have an eGFP gene incorporated into 

the IL-4 gene. Thus it is possible to monitor expression of IL-4 by detecting eGFP in 

cells. 4get and ST2'^' 4get mice were injected intraperitoneally with PBS or alum 

(Img/mouse). After 24 hours, mice were sacrificed and PerC were collected with 5ml 

of PBS. Single cell suspensions of PerC were analysed by flow cytometry to assess 

IL-4-eGFP expression.

(iii) C57BL/6 mice were injected intraperitoneally with PBS, alum (Img/mouse), alum 

with Uricase (50U/mouse), MSU (O.Smg/mouse) or MSU with Uricase. After 1 hour, 

mice were sacrificed and PerC were collected in 5ml of PBS. Single cell suspensions of 

PerC were analysed by flow cytometry and peritoneal lavage chemokines and 

cytokines were measured by ELISA.

Measurement of adaptive immune responses

Mice (C57BL/6, IL-IRIIL-10 ^ IL-18 ^ IL-33'^‘ and ST2‘^) mice were injected 

intraperitoneally with PBS, antigen (50pg/mouse) or alum (Img/mouse) 

co-administered with antigen (50pg/mouse). Where indicated, the mice were 

sacrificed on day 7. Otherwise, on day 14, serum was collected and the mice were 

boosted with the same formulations. On day 21, the mice were sacrificed. Blood was 

collected and centrifuged (400g, 10 minutes, room temperature) before the serum 

was removed. Antigen-specific antibody titres in the serum were measured by ELISA. 

Peritoneal cells were collected in 5ml of PBS. Where indicated, spleens and
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mediastinal lymph nodes (draining LNs) were removed and cells were isolated. Single 

cell suspensions (spleen, 2xloVml, mediastinal lymph node cells and PerC, IxloVml) 

were stained and analysed by flow cytometry and/or restimulated ex vivo with specific 

treatments as outlined in each experimental figure legend.

Restimulations ex vivo

Single cell suspensions of splenocytes, mediastinal lymph node cells and 

peritoneal cells were stimulated with medium alone, various concentrations of 

antigen (10, 50 and 250 pg/ml), anti-CD3 (0.250 pg/ml) or anti-CD3 (0.2 pg/ml) with 

PMA (25ng/ml). After 3 days supernatants were removed and analysed for cytokines 

by ELISA.

2.2.4. dsDNA detection

dsDNA was detected in the acellular phase of peritoneal fluid using 

a commercially available Quanti-iT PicoGreen dsDNA kit. 50pl of neat or diluted 

peritoneal fluid in TE buffer, A DNA standard (32.75-2000ng/ml) and TE buffer alone 

were added in triplicate onto a 96-well black plate. 50pl of PicoGreen working solution 

(1/200 diluted in TE buffer) was added to each well 5 minutes before measuring 

fluorescence using a spectofluorometer. Samples were excited at 480nm and the 

fluorescent signal representing PicoGreen binding to dsDNA was measured at 530nm. 

dsDNA concentrations were determined from a standard curve prepared using A DNA 

of known concentrations.

2.2.5. Flow cytometry

All compensations were set up using anti-rat and anti-hamster Ig k chain 

negative control compensation particles (BD Pharmingen) or, if not applicable, cells 

were stained with a single antibody or dye. Moreover, to distinguish autofluorescent 

cells from cells expressing low levels of individual surface markers, thresholds for auto 

fluorescence were established by staining samples with fluorescence-minus-one
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(FMO) control stain sets in which a fluorochrome for a channel of interest was 

omitted.

Single cell suspensions were analysed using a Fortessa flow cytometer (BD 

Biosciences). All prepared samples were analysed firstly by FSC-A vs. SSC-A plots and 

debris were excluded from further analysis. Furthermore, to exclude doublets, cells 

were analysed on a FSC-A vs. FSC-H plot, while dead cells were excluded using Aqua 

LIVE/DEAD stain. Samples were acquired using Diva software and data were analysed 

using FlowJo software (Treestar, Oregon).

Measurment of cell death

Cell death was assessed using Annexin V and PI staining or PI staining alone. 

For Annexin V staining, all washes, incubations and measurements were performed in 

lx Annexin V binding buffer. PI staining was performed in PBS.

Cells were washed and then incubated with Ipg/ml Annexin V-FITC (200pl). 

After 5 minutes, cells were washed and resuspended in 200pl of binding buffer. 

Furthermore, PI was added directly to FACS tubes (Ipg/ml) immediately before the 

acquisition of samples on the flow cytometer.

Fluorescent alum uptake

Cells were incubated with fluorescent alum for l-6h as specified in figure 

legends. Cells were washed in PBS and resuspended in 200pl of PBS. Fluorescent alum 

uptake was detected in the FITC channel on flow cytometer.

Flow cytometric analysis of cells after immunization

PerC, mediastinal lymph node cells and splenocytes (1x10^ cells) were pelleted 

by centrifugation (400g, 5 minutes, 4°C). Cells were washed by adding 200pl of PBS, 

pelleted by centrifugation (400g, 5 minutes, 4°C) and the supernatants were 

discarded. All subsequent washing steps were performed in the same way. Cells were 

stained with Aqua LIVE/DEAD (1/500 dilution in PBS, 0.25pl per SOpI of sample) for 25 

minutes in the dark and on ice. After washing with PBS, cells were incubated with 50pl 

of FACS buffer mixed with anti-CD16/CD32 monoclonal antibodies to block FcyRII/MI 

(0.25pg per sample). Cells were then stained with fluorochrome-labelled antibodies
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(Tables 2. 16 and/or 2.17) (in 50[il FACS buffer), for 15 minutes in the dark and on ice. 

After 15 minutes, cells were washed twice with 200^1 of FACS buffer and when only 

extracellular staining was performed, the cells were resuspended in FACS buffer and 

analysed by flow cytometry. 1x10^ single and live cells were acquired.

Antibody Fluorochrome Dilution Final concentration
CDllb PE-Cy7 1/2000 O.lpg/ml
F4/80 PerCP-Cy5.5 1/200 Ipg/ml
Gr-1 APC-Cy7 1/200 Ipg/ml

CD117 (c-kit) PE-Cy7 1/1000 0.5pg/ml
SiglecF PE 1/1000 0.2pg/ml

Table 2.17. Flow cytometry antibodies for regulatory T cell staining
Antibody Fluorochrome Dilution Final concentration

CD3 V450 1/200 Ipg/ml
CD4 Alexa Fluor 780 1/200 Ipg/ml

FoxP3 FITC 1/200 2.5pg/ml

Alternatively, cells were stained for nuclear FoxP3 using a FoxP3/Transcription 

Factor Staining Buffer Set. After washing with FACS buffer, cells were incubated with 

lOOpI of Fixation/Permeabilization buffer for 15 minutes in the dark at room 

temperature. Cells were washed twice with 200pl of permeablisation buffer, followed 

by incubation with anti-FoxP3 antibody diluted in 50 pi permeablisation buffer for 

20 minutes in the dark on ice. To eliminate non-specific FoxP3 staining, cells were 

washed twice with 200pl of permeablisation buffer. Cells were resuspended in 200pl 

of FACS buffer and analysed by flow cytometry. 1x10^ single and live cells were 

acquired.

Flow cytometric analysis of OVA-specific CD8+ T cells

Mediastinal lymph node cells and splenocytes (2x10^ cells) were transferred 

into round bottom sterile FACS tubes with lids. Cells were washed twice with 2ml of 

sterile PBS and cell pellets were resuspended with lOOpI of FACS buffer containing Ipl
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of OVA-specific tetramer. Cells were incubated for 2h in a tissue culture incubator 

(37°C; 5% CO2), followed by washing with 2ml of sterile PBS. Cells were stained with 

Aqua LIVE/DEAD (1/500 dilution in PBS, 0.25|il per 50pl of sample) for 25 minutes in 

the dark on ice. Without washing, 50pl of mixed fluorochrome-labelled antibodies 

(Table 2. 18) diluted in FACS buffer were added to the cells following the addition of 

anti-CD16/CD32 monoclonal antibodies to block FcvRII/IM (0.25ug per sample). After 

a 15 minute incubation period in the dark on ice, the cells were washed twice with 

200pl of FACS buffer, resuspended in 150pl of FACS buffer and analysed by flow 

cytometry. A minimum of 1x10^ single and live cells were acquired.

Table 2.18. Flow cytometry antibodies for CD8+ T cell staining
Antibody Fluorochrome Dilution Final concentration

B220 Alexa Fluor 700 1/200 Ipg/ml
CD3 V450 1/200 l|ig/ml
CD4 Alexa Fluor 780 1/200 Ipg/ml
CDS APC 1/200 Ipg/ml

CD44 FITC 1/200 2.5pg/ml
F4/80 PerCP Cy5.5 1/200 Ipg/ml

2.2.6. Confocal microscopy

Live cell imaging

BMDCs were plated at 0.5x10^ cells/ml in cRPMI in 35mm glass bottom tissue 

dishes. Non-adherent cells were removed on the following day and 0.5ml of fresh, 

pre-heated cRPMI mixed with the DNA stain, Hoechst 33258 (Ipg/ml) was added to 

cells. After 30 minutes, fluorescent alum and DRAQ7 (0.3|iM) were added and cells 

were viewed using a Point Scanning Confocal Microscope with a heated stage and CO2 

chamber (Olympus FVlOO LSM Confocal Microscope).

Preparation of cover slips

16mm cover slips were incubated in concentrated nitric acid. After Ih, the 

cover slips were rinsed 10 times with sterile water and were incubated overnight in
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methanol. After removing the methanol, the cover slips were left to dry in a laminar 

flow hood. Cover slips were autoclaved before use.

Fixed cell imaging

Sterile cover slips were placed in a 12-well plate and BMDCs were plated in 

cRPMI supplemented with lOng/ml of GM-CSF at a concentration of 0.625x10^ 

cells/ml (Iml/well). On the following day, non-adherent cells were removed and 0.5ml 

of fresh, pre-heated cRPMI was added to wells. After 30 minutes, fluorescent alum 

(l-20pg/ml) was added and cells were incubated for 1-6 hours. The cover slips were 

washed once with 1ml of PBS and were fixed by incubating with 1ml of 4% 

paraformaldehyde (prepared in PBS) for 40 minutes. Following incubation, the cover 

slips were washed 3 times with PBS and were blocked with 1% BSA in PBS (500pl). 

After 30 minutes, the cover slips were washed 3 times with PBS. lOOpI of O.lpg/ml 

cholera toxin subunit B conjugated with Alexa Fluor 647 was added to each cover slip 

and incubated for 30 minutes at room temperature. Following incubation, the cover 

slips were washed 3 times with PBS and rinsed with sterile water. 15pl of mounting 

medium was added onto the glass microscope slides and cover slips were mounted 

cell-side down. Prepared slides were left to dry at room temperature in the dark 

overnight and were then stored at 4°C. Cells were viewed using Point Scanning 

Confocal Microscope (Olympus FVlOO LSM Confocal Microscope).

2.2.7. Enzyme-linked immunosorbent assay

Preparation of peritoneal lavage supernatants for cytokine detection

Peritoneal cavity lavages were centrifuged (5 minutes, 400g) and the resulting 

supernatants were transferred into Amicon® Ultra-4 3kDa Centrifugal Filter Units 

(Millipore). These tubes were centrifuged at 3500g (4°C) for 20-40 minutes until 

approximately 200pl supernatants remained (the dilution factor reached 

approximately 20x). The concentrated supernatants were collected and analysed by 

ELISA.
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Measurement of chemokine and cytokine concentrations

Concentrations of cytokines and chemokines in supernatants were measured 

using commercially available ELISA kits from R&D Systems, Biolegend and Peprotech 

or antibody pairs from BD Pharmingen. All antibodies and recombinant cytokine 

standard concentrations, buffers and diluents as well as incubation times for individual 

ELISA kit components are listed in Tables 2.19-2.22.

High binding plates (Greiner Bio One) were coated with capture antibody in 

PBS {40|a.l/well) and incubated overnight at 4°C. After washing with PBS/Tween, the 

plates were incubated for 2 hours at room temperature with lOOpI of the appropriate 

blocking solution. The plates were then washed with washing buffer, 40pl of 

supernatant or serially diluted standard was added to the plates and incubated 

overnight at 4°C. The plates were then washed with washing buffer before detection 

antibody (40pl/well) was added. The plates were incubated for either 1 or 2h at room 

temperature. After washing, HRP-conjugated streptavidin or avidin (40 pl/well) was 

added to the plates. Finally, the plates were washed and o-Phenylenediamine 

dihydrochloride (OPD) or 3,3',5,5'-Tetramethylbenzidine (TMB) substrate was added. 

The enzyme reaction was stopped by the addition of IM H2SO4 (20pl/well). The OD 

values were determined by measurement of absorbance at 492nm (OPD) or 450nm 

(TMB) using a microtitre plate reader. Cytokine concentrations were determined using 

a standard curve prepared from recombinant cytokines of known concentrations.

Becton Dickenson

Blocking solution; 10% (w/v) Milk in PBS, except IL-6 ELISA: 3% (w/v) BSA in PBS 

Diluent: PBS

Detection antibody: 1 hour incubation 

Xtravidin-HRP; 1/750, 30 minutes incubation

Table 2.19. BD reagents
Cytokine Capture Antibody Detection Antibody Standard concentrations

IL-6 Ipg/ml Ipg/ml 5-5000pg/ml
IL-12p40 0.5pg/ml Ipg/ml 5-5000pg/mi
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Peprotech

Blocking solution: 1% (w/v) BSA in PBS 

Diluent: 0.1% BSA (w/v) in PBS 

Detection antibody: 1 hour incubation 

Avidin-HRP: 1/2000 30 minutes incubation

Table 2. 20. Peprotech ELISA reagents
Cytokine Capture Antibody Detection Antibody Standard concentration

Eotaxin O.Spg/ml Ipg/ml 2-2000pg/ml
KC 0.25ng/ml O.Spg/ml 1-lOOOpg/ml

MIP-2 0.5|ig/ml 0.25ng/ml 1-lOOOpg/ml

R&D kits

Blocking solution:: 1% (w/v) BSA in PBS

Diluent: 1% (w/v) BSA in PBS

Detection antibody: 2 hour incubation

Streptavidin-HRP: 1/200, 30 minutes incubation

Table 2. 21. R&D kits

Cytokine Capture Antibody Detection Antibody
Standard

concentrations

IFN-v 4|ig/ml 0.4(ag/ml 30-2000pg/ml
IL-ip 4pg/ml 1.5|ig/ml 1-lOOOpg/ml
IL-13 4|ig/ml 0.2ng/ml 4-4000pg/ml

IL-12p70 4ng/ml 0.4ng/ml 2.5-2500pg/ml

IL-23 4pg/ml O.lpg/ml 2.5-2500pg/ml

IL-33 0.8ng/ml 0.4pg/ml 1-lOOOpg/ml

GM-CSF 2pg/ml O.OSpg/ml 8-500pg/ml

MIP-la 0.4|ag/ml O.lpg/ml 8-500pg/ml

MCP-1 0.2|ig/ml O.OSpg/ml 4-250pg/m!

TNF-a 0.8pg/ml 0.2|ag/ml 31-2000pg/ml
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Biolegend

Blocking solution: 1% (w/v) BSA

Diluent: 1% (w/v) BSA

Detection antibody: 1 hour incubation

Streptavidin-HRP: 1/1000, 30 minutes incubation

Table 2. 22. Biolegend ELISA reagents
Cytokine Capture Antibody Detection Antibody Standard concentration

IL-la 1/200 1/200 0.5-500pg/ml
IL-10 1/200 1/200 1-lOOOpg/ml
IL-17 1/200 1/200 1-lOOOpg/ml

Antibody ELISAs

Detection of antigen-specific IgGl, lgG2b, IgGZc and IgE

Serum antigen-specific antibody titres were measured using commercially 

available antibodies (BD). Medium binding plates (Greiner Bio One) were coated 

(SOpl/well) with OVA or HSA (50pg/ml) in carbonate buffer and were incubated 

overnight at 4°C. Plates were washed with washing buffer and non-specific binding 

sites were blocked by incubating with 10% (w/v) dried milk (or 1% (w/v) BSA in PBS for 

IgE ELISA) for 2 hours at room temperature. After washing, serum samples were 

added at a starting dilution of 1/100 (IgE 1/10) and were serially diluted one in two 

across the plate in PBS before being incubated overnight at 4°C. Plates were washed 

and biotinylated antibodies specific for IgGl (0.125pg/ml), lgG2b (0.1125pg/ml) and 

IgE (1/500), or HRP-conjugated antibodies specific for lgG2c (O.Spg/ml), were added to 

the plates (SOpl/well) for 2h at room temperature. Plates were washed; IgGl and 

lgG2b antibodies were detected by incubating with HRP-conjugated streptavidin from 

Sigma (1/750) and IgE antibodies were detected using HRP-conjugated streptavidin 

from BD (1/200). Finally, plates were washed and OPD substrate dissolved in 

phosphate citrate buffer (50pl/well, 0.4mg/ml) was added. The enzyme reaction was 

stopped by the addition of IM H2SO4 (20pl/well). The OD values were obtained using 

a Versa Max Microplate Reader measuring absorbance at 492nm.
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Detection of total IgE

Total IgE concentrations were measured in serum using a commercially 

available ELISA kit (BD OptEIA™). High-binding plates (Greiner Bio One) were coated 

overnight (50ul/well) with IgE capture antibody (1/250) diluted in PBS. After washing 

with washing buffer, non-specific binding sites were blocked by incubating the plates 

with 10% (v/v) PCS in PBS for 2h at room temperature. Plates were washed. Serum 

samples at a starting dilution of 1/10 or an IgE standard (lOOng/ml) were added 

(SOpl/well) and serially diluted 1/2 across the plate in PBS. Plates were incubated 

overnight at 4°C. Afterwards, plates were washed and IgE detection antibodies (1/500, 

SOul/well) were added for 2h at room temperature. After washing, cytokines were 

detected by incubating plates with HRP-conjugated streptavidin (1/250, 50pl/well). 

Finally, plates were washed and OPD was added. The enzyme reaction was stopped by 

addition of 20pl of IM H2SO4. The OD values were determined by measurement of 

absorbance at 492nm. IgE concentrations were determined using a standard curve 

prepared from a recombinant IgE standard.

2.2.8. Relative Quantitation of Gene Expression

RNA isolation

The total RNA content of cells was isolated using a High Pure RNA Isolation Kit 

(Roche) according to the manufacturer's protocol. Briefly, cells were lysed, added to 

a column and incubated with DNase. After three washing steps, RNA was eluted and 

stored at -80°C.

Reverse transcription

To produce cDNA, 200ng of RNA was reverse transcribed. The concentration of 

RNA was adjusted to 200ng by addition of H2O up to a volume of 5pl (Table 2. 23). To 

exclude genomic DNA contamination, one control sample (noRT) was prepared where 

the RT enzyme was replaced by H2O. After a PCR cycle (Table 2. 24), cDNA was diluted 

with 20pl H2O and was stored at -20°C.
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Table 2. 23. Reverse transcription mix
Reagent Volume (pi) Concentration

dNTPs 2 2mM
RT buffer 2 lx

Random primers 0.5 50ng/ml
RNaseOUT 0.25 lOU per sample

M-MLV enzyme 0.25 50U per sample
RNA+H2O/ H2O 5 200ng per sample

RNA was transcribed using the following PCR cycle:

Table 2. 24. PCR cycle
Temp Time Cycles

25°C lOmin 1
42°C 30min 1
95°C 3min 1

Real time PCR

Real-time PCR was performed in ABGene 96-well plates with the GoTaq kit 

(Promega) according to the protocol provided and using the 7500 Fast Real-Time PCR 

System (Applied Biosystems). Samples were prepared as outlined in Table 2.25. To 

exclude genomic DNA contamination in samples and in reagents, two control samples 

were prepared. One control sample was prepared from the "noRT" reverse 

transcription reaction, while the second control was prepared by replacing cDNA with 

H2O.

Table 2.25. Real-time PCR mix
Reagent Volume per sample (pi)

Forward primer 0.5
Reverse primer 0.5

qPCR Mix 2.5
H2O 3.5
CXR 0.05

cDNA/noRT/H20 3
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Data from real-time PCR was obtained using the following PCR cycle:

Table 2. 26. Real-time PCR cycle
Temp Time Cycles
95°C 2min 1
gs'c 3s 40
60°C 30s

Data were analysed using Relative Quantification on Applied Biosystem 7500 

Software, which provided cycle threshold (Ct) values. Ct is defined as the number of 

cycles required for the fluorescent signal to cross a threshold, exceeding background 

fluorescence. The change in gene expression was normalized to P-actin expression 

from the corresponding sample (CtGene~Ct3.actin=ACt). Furthermore, ACt from control 

samples were averaged and were subtracted from the ACt of each sample (ACti-ACtdri 

mean=AACti). Fold induction was calculated as

2.2.9. Statistical analysis

Statistical analysis was performed using Graphpad Prism v5.02 software. The 

means for three or more groups were compared using one-way ANOVA. The Tukey 

multiple comparisons test was used to identify differences between individual groups. 

The means for two groups were compared by unpaired Student's t test.
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CHAPTER 3

THE ROLE OF INFLAMMASOMES 

AND IL-1 IN ALUM-INDUCED INNATE

IMMUNE RESPONSES





3.1.Introduction

IL-ip, a member of the IL-1 family, is a potent inducer of inflammation, which 

can be beneficial or detrimental for the host. At the site of damage or infection, IL-1(5 

promotes the infiltration of inflammatory cells, due to induction of vasodilatation, 

upregulation of adhesion molecules and chemokine production (258). IL-la shares the 

same receptor complex with IL-1|3, but it is expressed and released differently, which 

results in distinct biological functions. IL-la is an endogenous danger signal, stored in 

the nuclei of many cells, which can be released during necrosis (258). IL-ip expression 

and secretion is tightly regulated. It requires the first signal to become expressed in 

the form of pro-IL-ip, followed by a second signal, which is needed for processing the 

cytokine into its active form (99). It has been demonstrated that inflammasomes are 

commonly engaged in pro-IL-ip processing via caspase-1 activation (34). The NLRP3 

inflammasome, composed of NLRP3, ASC adaptor protein and pro-caspase-1 is 

described as a common sensor of many compounds (33), including uric acid (259), 

cholesterol crystals (260), amyloid plaques (261) or viral DNA (36). Interestingly, it has 

also been shown that aluminium-containing adjuvants activate NLRP3 inflammasome 

assembly in vitro, which leads to caspase-l-dependent activation of IL-ip (236, 239). 

Moreover, release of IL-18, another member of IL-1 family, is induced by alum in a 

NLRP3-dependent manner (239). Furthermore, it was also demonstrated that alum 

promotes IL-la secretion in vitro (238). However, even though there are reports 

demonstrating that alum induces the secretion of IL-la, IL-ip and IL-18 in vitro, there 

is relatively little information on the role of these cytokines in alum-induced innate 

immune responses in vivo (239-241).

While alum is the most widely used vaccine adjuvant, until recently its mode of 

action was not well understood. It has been demonstrated that alum promotes an 

inflammatory response at the site of injection, including chemokine and cytokine 

release, followed by inflammatory cell recruitment, including neutrophils, eosinophils 

and inflammatory monocytes (237, 241). Some of these processes have been shown 

to be mediated by IL-1. For instance, in IL-lRI-deficient mice there is a reduction in 

neutrophil infiltration to the site of alum injection (244). Furthermore, MyD88, an 

adaptor protein for IL-1 and TLR signalling, is required for antigen-loaded
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inflammatory monocyte recruitment into draining lymph nodes following alum 

injection (237). To investigate whether these effects were due to IL-ip secretion, 

similar experiments were done in NLRP3 or caspase-l-deficient mice. However, these 

reports show conflicting data. In NLRP3-deficient mice immunised with alum, there 

was a partial reduction in neutrophil, eosinophil and inflammatory monocyte influx 

into the site of injection, and inflammatory monocytes failed to migrate to draining 

lymph nodes (239). However, these effects at the site of injection were not observed 

in caspase-l-deficient mice (241), even though both reports showed decreased IL-ip 

secretion at the site of alum injection in the absence of NLRP3 or caspase-1.

Strikingly, there is also uncertainty regarding the role of IL-1 and 

inflammasomes in alum-induced adaptive immunity. It was shown that MyD88 and 

TRIF-double deficiency did not alter antigen-specific IgM, IgG or IgE production after 

alum immunisation, suggesting that IL-IR signalling is dispensable (235). In contrast, 

initial reports showed that NLRP3 played an essential role in induction of antigen- 

specific IgGl antibodies by alum (236, 242). However, this has since been challenged 

by others, who found no defect in alum induced adaptive immune responses in NLRP3 

or caspase-l-deficient mice (239, 241).

Overall, there is a great deal of confusion regarding the role of IL-1 and 

inflammasomes in alum induced immune responses. Importantly, there is a lack of a 

direct comparison of innate and adaptive immune responses in mice deficient in 

different members of the IL-1 family and inflammasome components.

3.2.Aiin

• To comprehensively dissect the role of IL-1, IL-18 and the inflammasome 

components, NLRP3, ASC and caspase-1, in alum-induced innate immune 

responses.
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3.3. Results

3.3.1. Optimising flow cytometry staining and analysis for the 
mouse peritonitis model

Intraperitoneal injection is widely used as a convenient method to determine 

local innate immune responses to compounds and vaccines due to easy isolation of 

peritoneal cells (PerC). In naive mice, there are resident cells in the peritoneum, 

including macrophages and mast cells, however, after alum injection, there is massive 

infiltration of neutrophils, eosinophils and inflammatory monocytes (237, 241). In 

order to assess alum-induced innate immune responses in mice, a gating strategy was 

established. Firstly, acquired cells were gated using forward and side scatter 

parameters, to exclude any debris, followed by exclusion of dead cells using Aqua 

LIVE/DEAD stain. To make sure that only single cells were analysed, cells were gated 

using forward scatter area and height (Figure 3. 1. A). To gate resident macrophages in 

the live single cell suspension, two markers were used, CDllb and F4/80, both highly 

expressed by resident peritoneal macrophages (Figure 3. 1. B). Neutrophils and 

inflammatory monocytes are rare populations in naive or PBS-injected mice, 

therefore, to find these two populations, PerC from alum-injected mice were stained 

and analysed. Both populations express CDllb and Gr-1, comprising two myeloid 

differentiation antigens, Ly6C and Ly6G. Importantly, their gating can be difficult if 

eosinophils are not excluded, due to eosinophil expression of F4/80 and low levels of 

Gr-1. Therefore, SiglecF^ cells were gated out from CDllb^ cells (Figure 3. 1. C and D). 

Neutrophils and inflammatory monocytes can be distinguished by expression of F4/80, 

inflammatory monocytes are CDllb'^Gr-l^F4/80^ (Figure 3. 1. C) while neutrophils are 

CDllb^Gr-l'’'®^F4/80' (Figure 3. 1. D). Resident mast cells and a small population of 

eosinophils can be detected in PBS-injected mice. These populations express no or low 

levels of Gr-1, but can be distinguished using c-kit and SiglecF, respectively. Mast cells 

can be gated as Gr-1 SiglecF c-kit^ and eosinophils as Gr-l'°'"SiglecFVkit cells.

71



3.3.2. Injection of alum induces innate immune responses

Having established a gating strategy to identify the following cell subsets: 

resident macrophages, mast cells, inflammatory monocytes, neutrophils and 

eosinophils in the peritoneal cavity, it was necessary to determine the kinetics of cell 

infiltration into the site of alum injection. Therefore, C57BL/6 mice were injected 

intraperitoneally with PBS or alum (Img/mouse). After 24h, 3 and 7 days, PerC were 

collected. As expected, mice injected with PBS had a high percentage of resident 

macrophages, some mast cells and eosinophils, but few inflammatory monocytes or 

neutrophils (Figure 3. 2). 24h post alum injection, there was a significant infiltration of 

inflammatory monocytes, neutrophils and eosinophils, while resident macrophages 

and mast cells were not detected. Between 3 and 7 days following alum injection, the 

percentage of neutrophils and eosinophils decreased over time, while the percentage 

of inflammatory monocytes increased. Interestingly, mast cells and resident 

mactophages were not detected in peritoneal cavity even 7 days post alum injection 

(Figure 3. 2). Importantly, alum administration resulted in a significantly higher total 

cell number in the peritoneum (Figure 3. 3 A), which reached a peak 24h post 

injection, but quickly waned. Interestingly, 7 days post injection, the total number of 

peritoneal cells was reduced when compared to the PBS control group. Overall, alum 

mediated the depletion of resident macrophages and mast cells from the peritoneum 

(Figure 3. 3 B), while concomitantly promoting the transient influx of inflammatory 

monocytes, neutrophils and eosinophils (Figure 3. 3 C).

To determine which factors are engaged in recruitment of innate cells after 

alum administration, a number of key cytokines and chemokines were measured in 

peritoneal lavage fluid 1, 3, 6 and 24 hours post injection (Figure 3. 4). There was a 

marked increase in peritoneal concentrations of the pro-inflammatory cytokines, IL-ip 

and IL-6 in mice receiving alum. While alum induced a massive increase in levels of IL-6 

as quickly as Ih post injection, IL-ip was detected later, after 3h. Interestingly, the 

concentrations of these cytokines were lower 24 post alum injection. In addition, 

assays were carried out for IL-la, but this cytokine was not detected at any time point 

tested (data not shown). Neutrophils and eosinophils can be recruited to the site of 

injury by different chemokines, either the granulocyte chemotaxins, MIP-la and MIP-
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1, or/and by the neutrophil chemotaxin, KC and the eosinophil chemotaxin, eotaxin, 

respectively. Injection of alum induced secretion of all these chemokines. 

Interestingly, KC and MIP-2, were up regulated after only Ih and they were detected 

for up to 24h, while MIP-la was detected from Ih, but it only reached high levels 24h 

post injection. One of the chemokines which can promote monocyte infiltration into 

site of alum injection is monocyte chemotactic protein-1 (MCP-1). Indeed, it was 

detected as early as 1 hour post injection and its high expression persisted up to 24 

hours. Overall, alum induced a significant upregulation of pro-inflammatory cytokines 

and chemokines, which correlated with rapid and massive cell infiltration at the site of 

administration.

3.3.3. IL-1 is required for alum-induced neutrophil infiltration

Considering that alum significantly augmented production of IL-ip at the site 

of injection, it was important to determine whether this cytokine plays a role in the 

recruitment of cells into the injection site. Wild-type and IL-lRI-deficient mice were 

injected intraperitoneally with PBS or alum and 24h later PerC were isolated. As 

expected, alum induced massive cell infiltration in wild-type mice at the site of 

injection, however, in IL-IRI '^ mice the total PerC number was significantly reduced 

(Figure 3. 5 A). To determine if this was a global or selective effect, different cell 

populations were analysed by flow cytometry. Alum induced complete mast cell and 

resident macrophage depletion in both wild-type and IL-lRI-deficient mice. Moreover, 

infiltration of inflammatory monocytes and eosinophils into the site of alum injection 

did not require IL-1. However, the number of infiltrating neutrophils was significantly 

reduced in IL-IRI ^' mice (Figure 3. 5 B and C).

IL-IRI is a receptor subunit which has three known ligands, IL-la, IL-ip and IL- 

IRa. Both, IL-la and IL-ip have been implicated in mediating neutrophil infiltration 

after tissue injury. Therefore, in order to investigate which ligand of IL-IRI is 

responsible for alum-induced neutrophil infiltration, mice deficient in both IL-la and 

IL-ip and in IL-la alone were used. Wild-type, IL-la/p ^ and IL-la ^ mice were injected 

intraperitoneally with PBS or alum and 24h later PerC were isolated. As expected, 

alum induced cell infiltration in wild-type mice at the site of injection. In IL-la/p '^

73



mice total PerC number was significantly reduced, while in IL-la^ mice it was 

marginally decreased (Figure 3. 6 A). In wild-type mice, alum induced substantial 

neutrophil recruitment at the site of injection. Interestingly, neutrophil influx was 

almost undetectable in mice deficient in both IL-la and IL-1(3, while it was 

significantly, but not fully, reduced in IL-la^ mice. Inflammatory monocyte 

recruitment was lower in IL-la/P ^ mice and slightly increased in IL-la'^ mice, but 

these changes were not significant (Figure 3. 6 B). Moreover, similarly to results with 

IL-lRI-deficient mice, infiltration of eosinophils into the site of alum injection did not 

require IL-la or IL-ip (Figure 3. 6 C).

Having established that IL-1 has a selective role in neutrophil infiltration to the 

alum injection site, it was next determined whether another member of the IL-1 

family, IL-18, has any role in innate immune response to alum. Wild-type and 

IL-18-deficient mice were injected with PBS or alum and 24h later PerC were isolated. 

Injection of alum increased peritoneal cell number in both wild-type and 

IL-18-deficient mice, but there was no significant difference between these two mouse 

strains (Figure 3. 7 A). There was also no difference in depletion of resident 

macrophages and mast cells between wild-type and IL-IB'^ mice. Furthermore, the 

recruitment of neutrophils, inflammatory monocytes and eosinophils was also IL-18- 

independent (Figure 3. 7 B and C).

3.3.4. The inflammasome is not required for neutrophil 
infiltration into the site of alum injection

Both, IL-la and IL-ip contributed to alum-induces neutrophil infiltration to the 

site of injection. IL-ip, but not IL-1 a, has to be processed to become bioactive and it 

has been shown in vitro that NLRP3-dependent caspase-1 activation is crucial for 

alum-induced IL-ip processing. Therefore, to determine whether the IL-ip-dependent 

neutrophil infiltration into the site of alum injection is also NLRP3-dependent, 

wild-type and NLRP3-deficient mice were injected with PBS or alum for 24h. 

Interestingly, in contrast to IL-IRL^' mice, alum induced comparable cell infiltration 

into the site of injection in wild-type and NLRP3-deficient mice (Figure 3. 8 A). 

Depletion of resident macrophages and mast cells was NLRP3-independent.
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Furthermore, there was no difference in influx of neutrophils, inflammatory 

monocytes or eosinophils (Figure 3. 8 B and C).

The role of NLRP3 inflammasome is well described in the context of crystal- 

induced IL-ip secretion. However, there are also other inflammasome sensors, 

including NLRPl, NLRC4 and AIM2, which can mediate caspase-l-dependent IL-ip 

cleavage. All these inflammasomes, including NLRP3, contain the adaptor protein ASC, 

which mediates pro-caspase-1 cleavage. Thus, even though there was no role for 

NLRP3 in alum-driven neutrophil infiltration into the site of injection, it was still 

possible that other inflammasome might mediate these effects. In order to determine 

the role of ASC in infiltration of cells to the site of alum injection, wild-type and 

ASC-deficient mice were injected with PBS or alum for 24h. As with NLRP3-deficient 

mice, alum induced comparable cell infiltration into the site of injection in wild-type 

and ASC-deficient mice (Figure 3. 9 A). Furthermore, resident macrophages and mast 

cells were depleted, while inflammatory monocytes and eosinophils infiltrated the site 

of alum injection to a similar extent in wild-type and ASC mice (Figure 3. 9 B and C). 

Importantly, in contrast to IL-IRI '^ mice, but similarly to NLRP3 ^ mice, there was no 

difference in the influx of neutrophils into the site of alum injection between wild-type 

and ASC-deficient mice (Figure 3. 9 B).

Having shown that the inflammasome components, NLRP3 and ASC, do not 

play a role in neutrophil infiltration nor in the influx of other cells to the site of alum 

injection, it was crucial to determine whether there is a role for caspase-1 in alum- 

driven cell recruitment. Therefore, caspase-l-deficient mice were used. However, 

caspase-1^ mice were generated using embryonic stem cells from 129 mice, which 

have intrinsic caspase-ll-deficiency. It has been hypothesised that due to the close 

location of these two genes, backcrossing did not lead to a loss of the additional 

deficiency. Indeed, it has been shown that commercially available caspase-l-deficient 

mice also carry a deficiency in caspase-11 and they are in fact caspase-1 and 

caspase-11 double knockout mice (262). Thus, C57BL/6 and caspasel/ll-deficient 

mice were injected with PBS or alum for 24h. Similarly to NLRP3-deficient and 

ASC-deficient mice, alum induced comparable cell infiltration to the injection site in 

wild-type and caspase-l/ll-deficient mice (Figure 3. 10 A). Interestingly,

caspase-1/11 ^ mice had significantly more resident macrophages and mast cells in

75



the peritoneal cavity than control mice. However, the absence of caspase-1 and 

caspase-11 did not affect depletion of these cells after alum administration (Figure 3. 

10 B and C). Importantly, similarly to NLRPS '^' and ASC^' mice, there was no difference 

in the influx of neutrophils into the site of alum injection between wild-type and 

caspase-l/ll-deficient mice (Figure 3. 10 B). Furthermore, eosinophils infiltrated the 

site of alum injection in both wild-type and caspase-1/11 ^ mice to the same extent 

(Figure 3. 10 C). In contrast, there was a striking effect of caspase-l/ll-deficiency on 

alum-induced recruitment of inflammatory monocytes. The ability of alum to recruit 

this population was greatly reduced in caspase-l/ll-deficent mice (Figure 3. 10 B).

Interestingly, while neutrophil influx was abrogated only in the absence of 

IL-ip signalling, this effect was not mediated by inflammasomes. Therefore, to assess 

if specific inflammasome components were required to induce IL-ip secretion in vivo, 

acellular peritoneal cavity fluid isolated from NLRP3'^', ASC^', caspase-l/ll"^' and 

wild-type mice injected intraperitoneally with PBS or alum for 24h was tested for the 

presence of IL-ip. Strikingly, in contrast to in vitro results (Figure 4. 6), alum induced 

IL-ip secretion in an inflammasome-independent manner at the site of injection 

(Figure 3. 11 B, C and D). Furthermore, the presence of pro-inflammatory IL-6 and 

neutrophil chemokines KC and MIP-2 was tested in peritoneal fluid. Interestingly, 

alum-induced secretion of IL-6 was significantly decreased in IL-IRI ^ mice, while mice 

deficient in the inflammasome components, NLRP3 and caspase-1, had significantly 

increased levels of IL-6 (Figure 3. 11). Release of KC was also partly dependent on IL-1, 

while NLRP3 and caspase-1 or caspase-11 deficiency led to increased secretion of this 

chemokine. On the other hand, alum-induced MIP-2 production was not dependent 

on IL-1 or inflammasome components (Figure 3. 11).

3.3.5. IL-17 is not required for neutrophil influx at the site of 
alum injection

IL-17 is a potent inducer of pro-inflammatory mediators, including the 

neutrophil chemoattractant, KC (263). Furthermore, IL-17 can be induced by IL-la and 

IL-ip, which were shown here to be crucial for neutrophil influx after alum 

administration. Therefore, to determine the role of IL-17 in infiltration of cells to the
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site of alum injection, wild-type and IL-17R-deficient mice were injected with PBS or 

alum. In contrast to IL-lRI-deficient mice, alum induced comparable cell infiltration 

into the site of injection in wild-type and IL-17R-deficient mice (Figure 3. 12 A). 

Importantly, influx of neutrophils into the site of alum injection was not 

IL-17-dependent (Figure 3. 12 B). Furthermore, resident macrophages and mast cells 

were depleted, while inflammatory monocytes infiltrated the site of alum injection to 

a similar extent in wild-type and IL-17R ^ mice. Surprisingly, the lack of IL-17 signalling 

resulted in a significant increase in eosinophil recruitment to the site of alum injection 

(Figure 3. 12 C). Overall, these data demonstrate that the IL-l-dependent 

alum-induced neutrophil influx is not dependent on IL-17.

3.3.6. Alum induces cell death-independent DNA accumulation

Flost DNA is a recently described DAMP which is released early after alum 

administration and accumulates at the site of injection (250). It was also reported that 

DNA-containing extracellular traps are released by CDllb^ cells in the peritoneal 

cavity after alum administration (229). In order to determine whether, IL-1 and 

inflammasomes contribute to alum-induced host DNA release, wild-type, IL-IRI^, 

NLRP3''^, ASC^ and caspase-1/11'^, mice were injected with alum or PBS and 24h 

later, the acellular phase of the peritoneal cavity fluid was analysed for the presence 

of dsDNA. Strikingly, DNA accumulation was partly dependent on caspase-1 or 

caspase-11 and IL-1 signalling, while NLRP3 and ASC did not affect DNA release (Figure 

3.13).

To determine whether host DNA release is dependent on cell death or rather 

on the accumulation of neutrophils and inflammatory monocytes at the site of alum 

injection, wild-type mice were injected intraperitoneally with alum or PBS. After 1, 3, 6 

and 24h the peritoneal cavity was washed with PBS and peritoneal cells and the 

acellular peritoneal cavity fluid were isolated. Interestingly, even though alum induced 

significant cell recruitment 24h post injection, there was a decrease in total cell 

number early after injection (Figure 3. 14 A), which corresponds with massive cell 

death 1 hour post injection (Figure 3. 14 B and C). Furthermore, consistent with the 

slow increase in total cell number, the number of infiltrating neutrophils and
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inflammatory monocytes was most marked 24h post alum injection (Figure 3. 14 D, E 

and F). Importantly, maximal DNA release was evident 24 hours post alum injection 

(Figure 3. 14 G) and not when alum induced death was most marked. Overall, these 

data suggest that host DNA release is more dependent on cell accumulation than cell 

death.

3.3.7. IL-1 and IL-18 are dispensable for alum-induced adaptive 
immune responses

Having established that alum induced IL-la and inflammasome-independent 

IL-1(3 release at the site of injection, which led to neutrophils influx, it was important 

to determine the role of IL-1 in alum-driven adaptive immunity. Furthermore, while IL- 

18 does not have any apparent role in alum-driven innate responses, it is possible that 

it influences adaptive responses.

In order to determine the role of IL-1 and IL-18 in antigen-specific antibody 

responses after alum immunisation, wild-type, IL-18^ and IL-IRL'^' mice were 

immunised with PBS, OVA alone or OVA co-administered with alum. After 14 days, 

mice were boosted with the same treatments. Sera collected on days 13 and 21 from 

immunised mice were analysed for the presence of OVA-specific IgGl, lgG2b, IgGc and 

IgE. The patterns of OVA-specific IgGl, lgG2b and IgGc after prime and boost 

immunisation were similar, thus only the data from day 21 are presented. 

Immunisation with OVA and alum in all mice resulted in an increase of OVA specific 

IgGl in comparison to OVA alone. However, there are no significant differences in 

antigen-specific IgGl between WT and IL-IRI ^’ or IL-18‘'^'mice immunised with alum 

(Figure 3. 15). Furthermore, similar levels of OVA-specific lgG2b, lgG2c and IgE were 

detected in mice after alum immunisation (Figure 3.15).

To establish whether the ability of alum to promote antigen-specific CD8 T cell 

responses depend on IL-1 or IL-18, mediastinal lymph node cells and splenocytes 

isolated from vaccinated mice on day 21 were analysed by flow cytometry. Cells were 

gated to exclude debris, doublets and dead cells. B220^ and F4/80^ cells were 

excluded and CD3^CD8^CD4 T cells were gated. OVA-specific CD8 T cells were 

detected using kVsIINFEKL tetramer and upregulation of CD44, a T cell activation
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marker (Figure 3.16 A). As expected, alum promoted induction of OVA-specific CDS T 

cells both in the mediastinal lymph nodes and spleens in wild-type mice, while OVA 

alone did not. The lack of IL-1 or IL-18 did not have a significant impact on the number 

of tet"^ CDS T cells in mLNs and spleens (Figure 3. 16 B and C).
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3.4. Discussion

Innate immune responses evolved to recognise and react quickly to pathogenic 

challenge. Importantly, while pathogen-derived PAMPs are recognised by various well- 

described receptors, including TLRs and RLRs, which induce potent immune responses, 

endogenous particulates can drive sterile inflammation but the underlying 

mechanisms are less well understood. Cholesterol, uric acid, and amyloid-P can form 

crystals, which although variable in chemical structure and origin, drive similar 

response, including NLRP3 inflammasome-dependent IL-ip secretion, at least in vitro 

(259-261). Furthermore, when administered to mice, they trigger common pathways 

to generate pro-inflammatory responses, including IL-ip secretion (240, 259-261). 

However, in many cases it is still controversial whether the IL-ip produced in vivo is 

a result of inflammasome-dependent or independent pathways.

The discovery that the most commonly used adjuvant alum drives IL-ip in a 

NLRP3-dependent manner caused great excitement (236, 242). At the time it seemed 

that this solved the mystery of alum adjuvanticity. However, many subsequent reports 

demonstrated that there is a limited role for inflammasomes in alum-driven adaptive 

immune responses (239, 241, 243). The reason for these discrepancies is not yet clear. 

Therefore, the current study investigated in detail the role of inflammasomes in 

alum-induced immune responses, including their capacity to induce IL-ip processing in 

vivo and subsequent inflammation.

Firstly, it has been confirmed that alum promotes inflammatory responses at 

the injection site. In agreement with other studies (237, 241), alum induced a rapid 

innate immune response, which was reflected in a peak cell influx 24h after injection. 

Neutrophils, eosinophils and inflammatory monocytes were recruited, while resident 

macrophages and mast cells disappeared. Interestingly, the alum-induced cellular 

influx decreased over time and 7 days post injection, there were barely any cells 

detected in the peritoneum. This acute inflammation was mediated by massive 

cytokine and chemokine release shortly after alum injection. The above findings 

demonstrate that alum is recognised rapidly and promotes an acute innate immune 

response at the site of injection. One of the key molecules engaged in triggering 

inflammation is IL-1. As established by others (239, 241) and here, alum drives IL-ip
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release in vivo. Alum promoted IL-ip release as early as 3h post injection and it was 

present in the peritoneum for at least 24h post injection.

Mice deficient in IL-IRI fail to generate neutrophilic inflammation in response 

to some particulates. For instance, administration of MSU, cholesterol crystals or 

asbestos lead to IL-l-dependent neutrophil recruitment (240, 259, 260). In contrast, 

neutrophil infiltration induced by the pathogen-associated molecular pattern. 

Zymosan is IL-l-independent (264). As demonstrated before (240), alum-induced 

neutrophil influx required IL-IRI, which was also reflected in a significant decrease in 

total PerC numbers recruited into the site of alum injection. The disappearance of 

resident macrophages and mast cells and the infiltration of inflammatory monocytes 

and eosinophils was IL-l-independent. Importantly, the lack of IL-1 signalling led to 

a significant decrease in concentrations of IL-6 and the neutrophil chemokine KC, 

which may explain the reduction in neutrophil recruitment.

IL-IRI has three ligands, IL-lRa, IL-la and IL-ip, but there is limited information 

about the relative contribution of IL-la and IL-ip to sterile inflammation. Necrotic 

cells induce neutrophil infiltration, which is abrogated in IL-lRI-deficient mice (118) 

and furthermore, this can be inhibited by neutralisation of IL-la (118, 265). However, 

the specific roles of IL-la and IL-ip have not yet been studied in detail in the 

inflammatory responses to many particulates and crystalline materials, including alum. 

Similarly to IL-IRI^ mice, IL-la/p^ mice completely failed to recruit neutrophils 

following the injection of alum. Interestingly, the influx of neutrophils was partly 

reduced in IL-la ^ mice, which suggests that both IL-la and IL-ip have a role in alum- 

induced neutrophil recruitment. While IL-la was not detected in the peritoneum, it 

may be released after alum-induced necrosis, but quickly sequestered by the IL-IR 

complex. To determine IL-la secretion in vivo, injecting IL-lRI-deficient mice (thus 

allowing IL-la to accumulate) with alum and assaying for cytokine after 1 hour, where 

massive cell death occurs, might be informative.

Alum-induced IL-ip processing is NLRP3, ASC and caspase-l-dependent in vitro 

(236), therefore it could be assumed that any effect of alum-induced IL-ip in vivo 

would be also dependent on the NLRP3 inflammasome. Indeed it has been reported 

that alum-induced cell recruitment at the site of injection is partly dependent on 

NLRP3 (239). However, the current study found that NLRP3 is fully dispensable for
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alum-induced cell recruitment, including neutrophils. Furthermore, the adaptor 

protein ASC was also not required for cell infiltration following alum injection and 

caspase-l/ll-deficent mice had intact neutrophil infiltration at the site of alum 

injection. Overall, these data suggest that mice deficient in NLRP3, ASC and caspase-1 

can secrete IL-ip at the site of alum injection, which indicates caspase-l-independent 

processing.

Overall, the findings in the current thesis suggest that the ability of alum to 

drive IL-la and IL-ip-dependent neutrophil recruitment is an inflammasome- 

independent process. It remains to be established how IL-ip is processed in vivo 

following alum injection. Interestingly, it has been also demonstrated that while the 

injection of cholesterol crystals failed to recruit neutrophils in mice deficient in either 

IL-la, IL-ip or IL-IRI, this infiltration was only partly abrogated in NLRP3, ASC and 

caspase-l-deficient mice (260). This suggests caspase-l-independent processing of IL- 

ip following cholesterol crystal injection. There are alternative possible mechanisms 

of IL-ip processing, including serine proteases, such as elastase , proteinase-3 and 

cathepsin G (111, 266) or another caspase, caspase-8 (112, 113). Interestingly, it 

seems that IL-ip processing in vivo might be dependent on the type of inflammation. 

For instance, it has been reported that IL-ip can be processed by distinct enzymes in 

different murine models of arthritis. While various experimental models of arthritis 

share a dependancy on IL-1, the IL-ip can be processed either by caspase-1, 

proteinase-3 or neutrophil elastase. The induction of acute inflammation in the K/BxN 

serum transfer mouse model of arthritis leads to caspase-l-independent neutrophil 

infiltration, where IL-ip processing is mediated by neutrophil elastase (267). In 

another experimental model. Streptococcus pyogenes cell wall (SCW) fragments- 

induced arthritis, IL-ip is cleaved by the neutrophil-derived serine protease, 

proteinase-3. In contrast, repeated injection of SCW fragments led to chronic 

inflammation, which is attenuated in caspase-l-deficient mice (268). Furthermore, 

while it has been demonstrated that silica crystals induce IL-ip secretion in vitro in a 

NLRP3 inflammasome-dependent manner, caspase-1 deficiency did not reduce silica- 

induced neutrophil infiltration to the same extent as in IL-ip or IL-lRI-deficient mice. 

However, neutrophil recruitment was decreased in cathepsin C-deficient mice. 

Cathepsin C processes various proforms of serine proteinase, and can therefore,
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participate in alternative processing of IL-ip. Interestingly, in the same report it was 

demonstrated that the lack of cathepsin C did not have any impact on silica-induced 

IL-ip secretion in vitro (269).

Alum induces acute inflammation, which promotes a massive IL-l-dependent 

and caspase-l-independent neutrophil infiltration into the site of injection. Therefore 

it is possible in this context that IL-ip can be processed by neutrophil-derived serine 

proteases. However, to prove this it will be necessary to use serine proteinase 

inhibitors during alum injection and assess inflammation in cathepsin C-deficient mice.

IL-1 is a key player in promoting neutrophil infiltration into the site of damage 

or infection, but there are report showing that subsequent IL-l-induced cytokines can 

be decisive in this process. For instance, IL-17 is crucial for neutrophil influx into the 

site of Staphylococcus aureus infection, because it stimulates production of 

chemokines, including the neutrophil chemokine, KC (263). However, the current 

study suggests that IL-17 is not required for alum-induced neutrophil recruitment. 

Surprisingly, eosinophil recruitment was increased in IL-17R-deficient mice, which 

suggests that one of the members of IL-17 family (IL-17A, IL-17F or IL-25) can block 

alum-induced eosinophil influx. Therefore, it will be interesting to determine how 

blocking IL-17 receptor signalling might increase alum-driven eosinophil influx.

Dendritic cells are antigen-presenting cells, which are capable of linking innate 

and adaptive immune responses. Alum induces DC infiltration into the site of injection, 

but also promotes the recruitment of inflammatory monocytes. These inflammatory 

monocytes were demonstrated to carry antigen into draining lymph nodes and to 

differentiate into antigen-presenting dendritic cells (237). Interestingly, while 

recruitment of inflammatory monocytes into the lymph nodes was not tested in the 

current study, the infiltration of these cells into the site of alum injection was 

measured. Interestingly, only caspase-1/11 ^ mice failed to recruit inflammatory 

monocytes, while this effect was not observed in IL-IRI, NLRP3 or ASC-deficient mice. 

However, these mice were bred on NOD background, while C57BL/6 mice were used 

as controls. It cannot be excluded that alum would recruit different cell populations in 

NOD and C57BL/6 mice. However, alum induced infiltration of other cell populations, 

including neutrophils, in a comparable manner in C57BL/6 and caspase-1/11 ^ mice. 

The inflammatory caspases, caspase-1 and caspase-11 shape host defence by
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promoting pyroptosis and induction of pro-inflammatory IL-13- While caspase-1 is 

directly involved in IL-ip cleavage, caspase-11 can promote caspase-1 activity (262). 

However, the inflammatory monocyte recruitment was intact in alum injected 

IL-lRI-deficient mice, which excludes the involvement of IL-ip. However, it is possible 

that both caspases might have additional protein targets, which can have an impact on 

immune responses beyond inflammasome activation. For instance caspase-11 has 

been implicated in intracellular TLR4-independent LPS sensing (270). Furthermore, 

there is a report suggesting that caspase-11 has an important role in cell migration. 

Caspase-11 has been shown to interact with Aipl, which is involved in actin 

depolymerisation during chemotaxis (271). However, it is unclear how this effect 

would be critical specifically for recruitment of monocytes and not other cell 

populations. Overall, it will be vital to test whether alum-induced inflammatory 

monocyte recruitment is impaired in mice selectively deficient only in caspase-11.

One of the danger signals induced after alum injection is host DNA, which has 

been suggested to be released by dying cells (250). However, the finding that DNA 

release at the site of alum injection is sustained at least up to 24h post alum 

administration (250) suggests that it might be an active process. Indeed, it is 

demonstrated in this thesis that alum-induced cell death and DNA release did not 

occur at the same time. While cell death was most marked after 1 hour, DNA 

accumulated in the peritoneum over time and reached a peak around 24h following 

alum injection. Interestingly, it was also reported that the alum depot contains DNA in 

structures which resemble extracellular traps (ETs) (229). ETs are a recently described 

facet of the innate immune response against pathogens. They consist of DNA nets, 

which bind antimicrobial peptides and proteases, where bacteria can be entrapped 

and killed (230). ET formation can be stimulated by various stimuli, including LPS, 

PMA, IL-8 and monosodium urate crystals and can be released by cells, including 

neutrophils, eosinophils, monocytes, macrophages, basophils and mast cells (230, 272, 

273). Alum induced the infiltration of cells, including neutrophils and inflammatory 

monocytes, as quickly as 3h after injection and their accumulation reached 

a significant level at 24h. Importantly, extracellular DNA also accumulated slowly, 

reaching a peak level at 24h post alum injection, which suggests that it is released by 

infiltrating cells. Surprisingly, DNA levels were reduced in mice deficient in IL-IRI and
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caspase-1/11. This reduction in concentrations of DNA correlated with the decrease in 

neutrophil and inflammatory monocyte recruitment, respectively.

Furthermore, the current results indicate that alum is not toxic to infiltrating 

cells at later time points (6 and 24h), because the level of cell death is comparable to 

mice injected with PBS. This is consistent with previous reports where it was noticed 

that alum forms a depot by 4h post injection (229), which may explain its loss of local 

toxicity. Overall, while the source of host DNA may be different to that suggested in 

the original report (250), it is still an important danger signal which can modulate 

adaptive immune responses.

Although IL-ip is released early after alum injection and together with IL-la, is 

critical for neutrophil infiltration, their role in driving alum-induced adaptive immune 

responses is not clear. In this report it is demonstrated that alum drives antibody 

production and promotes cytotoxic T cell expansion in an IL-l-independent manner. 

This is surprising especially, since it has been observed that IL-lRI-deficient mice had 

a decreased level of extracellular DNA at the site of injection. It has been 

demonstrated by others that the digestion of extracellular DNA by DNase I during 

alum immunisation led to a significant reduction in the level of antigen-specific IgGl 

and IgE (250), due to impairment of DC-T cell interaction (252). However, 

IL-lRI-deficient mice immunised with alum had comparable levels of antigen-specific 

IgGl and IgE, which suggests that the partial decrease in extracellular DNA after alum 

injection is not sufficient to block alum-induced immune responses. In general, these 

results support previous reports which demonstrated that MyD88 signalling (235) and 

IL-ip processing were dispensable in alum-induced antibody responses (239, 241, 

243), but are in conflict with reports suggesting that these responses were 

inflammasome-dependent (236, 242).

Alum promotes not only NLRP3-dependent IL-ip secretion in vitro, but also 

lL-18. Surprisingly, it is demonstrated here that IL-18 does not play a role in innate or 

adaptive immune responses following alum immunisation. However, it is possible that 

IL-18 plays a substantial role in alum-driven immune responses beyond the scope of 

this study. In particular the role of IL-1 and IL-18 in the promotion of T and B cell 

memory should be addressed.
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Overall, the current findings suggest that while alum activates the NLRP3 

inflammasome by dendritic cells or other cells in vitro, the induction of innate and 

adaptive immunity in vivo is independent of inflammasomes. Furthermore, while IL-la 

and inflammasome-independent IL-ip production at the site of alum injection 

promotes innate responses, this is dispensable for antibody production or cytotoxic T 

cell expansion.
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Figure 3.1 Gating strategy for peritoneal cells. Peritoneal cells from C57BL/6 mice 
were isolated 24h post PBS (A, B, E) or alum injection (C, D) and were stained with 
Aqua LIVE/DEAD and antibodies against CDllb, F4/80, Gr-1, c-kit and SiglecF. Cells 
were acquired using BDFortessa flow cytometry. (A) Acquired cells were gated to 
include only live and single cells for further analysis. (B) Resident peritoneal 
macrophages (Res M(j)) were gated as CDllb^'®^F4/80^'®'', (C) Inflammatory monocytes 
(iMono) as CDllb^Gr-l^F4/80^ and (D) neutrophils as CDllb^Gr-l^'®^F4/80'. (E) Mast 
cells were gated as Gr-l SiglecF'c-kif^ and eosinophils as Gr-l'°'"SiglecFVkif.
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Figure 3. 2. Characterization of the innate response after injection with alum.
C57BL/6 mice were injected intraperitoneally with PBS or alum (Img/mouse). Mice 
were sacrificed 24 h, 3 days and 7 days following injection and the peritoneal cavity 
was washed with PBS. Cells were counted, stained and analysed by flow cytometry for 
the presence of resident peritoneal macrophages (CDllb^'®'^F4/80^'®^), mast cells (Gr- 

rSiglecF'c-kit^), inflammatory monocytes (CDllb^Gr-l‘^F4/80^), neutrophils 
(CDllb^Gr-l^'®^F4/80) and eosinophils (Gr-l'°'"SiglecFVkit"). Results are 

representabve of two independent experiments.
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Figure 3. 3. Alum induces a rapid innate immune response at the site of injection.
C57BL/6 mice were injected intraperitoneally with PBS or alum (Img/mouse). Mice 
were sacrificed 24 h, 3 days and 7 days following injection and the peritoneal cavity 
was washed with PBS. Cells were counted (A), stained and analysed by flow cytometry 
for the presence of (B) resident macrophages, mast cells (C) inflammatory monocytes, 
neutrophils and eosinophils. PBS v Alum *p<0.05, ***p<0.001. Results are 
representative of two independent experiments. Error bars show means ± SEM for 3-4 
mice per experimental group.
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Figure 3. 4. Alum promotes cytokine and chemokine release at the site of injection
C57BL/6 mice were injected intraperitoneally with PBS or alum (Img/mouse). Mice 
were sacrificed 1, 3, 6 and 24 hours following injection and the peritoneal cavity was 
washed with PBS. The acellular phase of the peritoneal lavage fluid was analysed for 
the presence of IL-1(3, IL-6, KC, MIP-2, MIP-la, eotaxin and MCP-1. PBS v Alum 
*p<0.05, **p<0.01, ***p<0.001. Results are pooled from two independent 
experiments. Error bars show means ± SEM for 3-4 mice per experimental group.
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Figure 3. 5. IL-1 controls neutrophil infiltration into the site of alum injection. Mice 
(C57BL/6 and IL-IRI'^') were injected intraperitoneally with PBS or alum (Img/mouse). 

Mice were sacrificed 24 hours following injection and the peritoneal cavity was 
washed with PBS. Isolated PerC were counted (A), stained and analysed by flow 
cytometry for the presence of (B) resident macrophages, inflammatory monocytes, 
neutrophils, (C) eosinophils and mast cells. Wild-type Alum v IL-IRI"^' Alum 

***p<0.001. Results are representative of three independent experiments. Error bars 
show means ± SEM for 3-4 mice per experimental group.
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Figure 3. 6. Both IL-IRI ligands, IL-la and IL-ip, control neutrophil recruitment into 
the site of alum injection. Mice (C57BL/6, IL-la/P^‘ and IL-la’^') were injected 

intraperitoneally with PBS or alum (Img/mouse). Mice were sacrificed 24 hours 
following injection and the peritoneal cavity was washed with PBS. Isolated PerC were 
counted (A), stained and analysed by flow cytometry for the presence of (B) 
neutrophils, inflammatory monocytes (gated on live single CDllb^ cells) and (C) 
eosinophils (gated on live single Gr-l'°'"^' cells). Wild-type Alum v IL-la/P^ or IL-la ^ 
Alum ***p<0.001. IL-la/P'^' Alum v IL-la''" Alum #p>0.05. Results represent one 
experiment. Error bars show means ± SEM for 3-4 mice per experimental group. 
Experiment performed by Dr Graham Tynan.
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Figure 3. 7. The recruitment of inflammatory cells following alum injection is not IL- 
18 dependent. Mice (C57BL/6 and lL-18'^ ) were injected intraperitoneally with PBS or 

alum (Img/mouse). Mice were sacrificed 24 hours following injection and the 

peritoneal cavity was washed with PBS. Isolated PerC were counted (A), stained and 
analysed by flow cytometry for the presence of (B) resident macrophages, 
inflammatory monocytes, neutrophils, (C) eosinophils and mast cells. Results are 
representative of two independent experiments. Error bars show means ± SEM for 3-4 
mice per experimental group.
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Figure 3. 8. The recruitment of inflammatory cells following alum injection is not 
NLRP3 dependent. Mice (C57BL/6 and NLRPS'^ ) were injected intraperitoneally with 
PBS or alum (Img/mouse). Mice were sacrificed 24 hours following injection and the 
peritoneal cavity was washed with PBS. Isolated PerC were counted (A), stained and 
analysed by flow cytometry for the presence of (B) resident macrophages, 
inflammatory monocytes, neutrophils, (C) eosinophils and mast cells. Results are 
representative of three independent experiments. Error bars show means ± SEM for 3- 
4 mice per experimental group.
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Figure 3. 9. ASC is not required for the recruitment of inflammatory cells to the site 
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or alum (Img/mouse). Mice were sacrificed 24 hours following injection and the 
peritoneal cavity was washed with PBS. Isolated PerC were counted (A), stained and 
analysed by flow cytometry for the presence of (B) resident macrophages, 
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representative of two independent experiments. Error bars show means ± SEM for 3- 
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Figure 3. 10. Caspase-1 or caspase-11 is involved in recruitment of inflammatory 
monocytes to the site of alum injection. Mice (C57BL/6 and caspase-l/llwere 
injected with PBS or alum (Img/mouse) intraperitoneally. Mice were sacrificed 24 
hours following injection and the peritoneal cavity was washed with PBS. Isolated PerC 
were counted (A), stained and analysed by flow cytometry for the presence of (B) 
macrophages, neutrophils, (C) eosinophils and mast cells. Wild-type Alum v caspase- 
1/ir^' Alum ***p<0.001. Results are representive of two independent experiments. 

Error bars show means ± SEM for 3-4 mice per experimental group.
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Figure 3. 12. Lack of IL-17 boosts eosinophil infiltration into the site of alum 
injection. Mice (C57BL/6 and IL-17R'^) were injected intraperitoneally with PBS or 

alum (Img/mouse). Mice were sacrificed 24 hours following injection and the 
peritoneal cavity was washed with PBS. Peritoneal cells were counted (A), stained and 
analysed by flow cytometry for the presence of (B) resident macrophages, 
inflammatory monocytes, neutrophils, (C) eosinophils and mast cells. Wild-type Alum 
V IL-17R '^' Alum *p<0.01. Results represent one independent experiment. Error bars 

show means ± SEM for 3 mice per experimental group.
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Figure 3.13. Alum-induced DNA release at the site of injection is partly IL-1 and 
caspase-1 or caspase-11 dependent. Mice (C57BL/6, IL-IRI^, NLRP3‘^, ASC'^ and 
caspase-l/ir^) were injected intraperitoneally with PBS or alum (Img/mouse). Mice 
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The acellular phase of the peritoneal lavage fluid was analysed for the presence of 
dsDNA. Alum (C57BL/6) v Alum (IL-IRINLRP3 ^ ASC^‘ or caspase-1/11 ^ j *p<0.05, 
***p<0.001. Results are representative of two independent experiments (C57BL/6, IL- 
IRI *^, ASC'^ and NLRP3'^ mice) or represent one experiment (caspase-1/11 ^ mice). 
Error bars show means ± SEM for 3-4 mice per experimental group.
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Figure 3. 14. Alum-induced cell death and dsDNA release occur at different time 
points. C57BL/6 mice were injected with PBS or alum (Img/mouse) intraperitoneally. 
Mice were sacrificed Ih, 3h, 6h and 24h following injection and the peritoneal cavity 
was washed with PBS. (A) Peritoneal cells were counted. (B, C) Peritoneal cells were 
stained with Aqua LIVE/DEAD and cell death was analysed by flow cytometry. (D, E, F) 
Peritoneal cells were stained for the presence of neutrophils (CDllb^Gr-l*’'®^F4/80) 
and inflammatory monocytes (CDllb^Gr-l'^F4/80^) (G) The acellular phase of the 
peritoneal lavage fluid was analysed for the presence of dsDNA. PBS v Alum 
***p<0.001 (A, B, E, F) Results are combined from two independent experiments with 
3-4 mice per experimental group. Error bars show means ± SEM. (C, D) Results are 
representative of two independent experiments.
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Figure 3.15. IL-1 and IL-18 are not required for antigen-specific antibody production 
after alum immunisation. Mice (C57BL/6, IL-18'^ and IL-IRI'") were immunised 
intraperitoneally with PBS, EndoOVA alone or EndoOVA in combination with alum on 
days 0 and 14. On days 13 and 21, blood was collected. Blood samples were 
centrifuged and serum was removed. The serum samples were analysed for OVA- 
specific IgGl, lgG2b, lgG2c and IgE by ELISA. OVA-specific antibody responses are 
expressed as end point litres calculated by regression of a curve of OD values versus 
reciprocal serum dilutions to a cut-off point of 2 standard deviations above the mean 
OD from sera of PBS injected mice. Results are from one experiment. Error bars show 
means ± SEM for 4-5 mice per experimental group.
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4.1.Introduction

Polly Matzinger proposed the "danger theory", which suggests that the 

immune system responds principally to "dangerous" situations like stress, injury and 

cell death (274), events which are associated with release of endogenous danger 

signals, or damage-associated molecular patterns (DAMPs). DAMPs are released when 

cells lose plasma membrane integrity, which can trigger alarm and inflammation (275). 

Aluminium adjuvants are not recognised by any specific receptor, but promote lipid 

raft formation and receptor-independent cell activation (232). However, alum also 

promotes cell death inducing local necrosis in vaccinated muscle tissue (207). 

Furthermore, following intraperitoneal injection in mice, there is a substantial increase 

in cell death in the peritoneal cavity (250). The nature of alum-induced cell death was 

never fully characterised but it has been reported that in vitro, alum-induced 

macrophage death is cathepsin B/S-dependent (276). A number of forms of cell death 

have been associated with the induction of inflammation: pyroptosis, pyronecrosis 

and necrosis (277) which have different mechanisms of initiation but all result in a loss 

of membrane integrity. Necrosis was long regarded as an uncontrolled form of cell 

death, but recent data shows that it can be regulated e.g. through RIP kinases (278). 

While pyroptosis is associated with inflammasome activation and is caspase-1 and NLR 

protein-dependent (279), pyronecrosis, is independent of caspase-1, but employs 

NLRs, the adaptor protein ASC and cathepsin B (280). Furthermore, pyronecrosis is 

associated with release of the danger signal High Mobility Group Box 1 (HMGB-1) 

(280), while pyroptosis promotes IL-ip release (279). Interestingly, neither of these 

types of cell death were found to be involved in alum-induced macrophage death in 

vitro (276).

To date, two DAMPs have been shown to be released following alum 

administration: uric acid (237) and host DNA (250). Uric acid is generated during the 

catabolism of purines and is present in extracellular fluid under physiological 

conditions. When its concentrations are high it crystallises which leads to 

monosodium urate (MSU) crystal formation. Alum induces the release of high 

concentrations of uric acid (250) and depletion of alum-induced uric acid by uricase 

results in decreased antigen-specific T cell and humoral responses, which indicates
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that uric acid plays an important role in alum adjuvanticity (237). Host DNA, is also 

released shortly after injection and is partly responsible for the induction of 

antigen-specific humoral immunity (250). Importantly, there might be additional 

signals which are involved in shaping the immune response after vaccination. One 

possible candidate is IL-33, a member of the IL-1 family (281), which is expressed in 

the nucleus of many cells, mainly by those exposed to the external environment (137). 

The mechanism of IL-33 release is not fully elucidated, but it has been suggested that 

it is primarily released by necrotic cells (138). Interestingly, IL-33 promotes humoral 

responses and upon exposure to IL-33, type 2 innate lymphoid helper cells and TH2 

cells produce IL-5 and IL-13 and naive T cells are polarised toward TH2 cells (142, 144, 

145). In addition, IL-33 modulates functions of innate immune cells, including 

eosinophils and basophils. Furthermore, ST2 and IL-33 deficient mice have an impaired 

TH2 immune response toward parasites and in an established allergy model (150, 282- 

284).

Based on the toxicity of alum and the TH2-promoting properties of IL-33, it is 

hypothesised that alum induces the release of IL-33, which modulates innate and 

adaptive immune responses.

4.2.Aims

• To characterise the nature of cell death promoted by alum

• To investigate whether alum promotes IL-33 release

• To investigate the role of IL-33 in alum-mediated innate immune responses 

and its potential to influence the outcome of alum immunisation
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4.3.Results

4.3.1. Alum induces cell death in vitro

Aluminium-containing adjuvants induce local inflammation and irritation at the 

site of injection (250, 276). In order to assess the cytotoxic effect of alum in vitro, 

BMDCs were incubated with the adjuvant at concentrations from 5-2000|ig/ml. After 

15 minutes, 1, 3 and 6 hours, cells were collected, stained with propidium iodine (PI) 

and analysed by flow cytometry. PI was used to distinguish viable from dead cells, 

because it only incorporates into DNA of cells where the structural integrity of the cell 

membrane is compromised. BMDCs incubated with high concentrations of alum for as 

little as 15 minutes were Pr (Figure 4. 1 A) and the cytotoxicity of alum increased with 

time (Figure 4. 1 B). Furthermore, a significant percentage of BMDCs were Pr after 

3 and 6h of treatment when incubated with lower concentrations of alum 

(100-500pg/ml) (Figure 4. 1. A).

4.3.2. Alum is phagocytosed by dendritic cells

It has been demonstrated that alum is recognised in a receptor-independent 

manner via its interactions with membrane lipids and it has been proposed that alum 

is not internalised by DCs, but rather a process of abortive phagocytosis leads to 

uptake of antigen alone (232). However, others showed that alum can be 

phagocytosed by macrophages within a few hours (240, 285). Low concentrations of 

fluorescent alum, up to 20pg/ml, were used to exclude its cytotoxic effect on cells. 

Therefore, to assess whether alum can be internalised by dendritic cells, BMDCs were 

incubated with fluorescent alum for 1, 3 and 6 hours and analysed by flow cytometry. 

Interestingly, most BMDCs were Alum OVA DQ-positive as early as 1 hour after 

incubation with particles and there was no marked increase in uptake after 3 or 6 

hours (Figure 4. 2 A and B). Furthermore, to validate that fluorescent alum was 

phagocytosed and not only attached to the cell membrane, live imaging was 

performed. Fluorescent alum was added to BMDCs and cells were incubated in the 

confocal microscopy chamber (at 37°C, 5% CO2) for 100 minutes, and single images 

were taken every minute to monitor particle uptake. Alum was clearly phagocytosed
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after a 1 hour incubation, while earlier, after 30 minutes, it was interacting with the 

surface of dendritic cells. Interestingly, DRAQ7, cell death marker, which stains DNA of 

cells with ruptured membranes, was added, but it did not stain cells at these early 

time points (Figure 4. 2. C). To make sure that DRAQ7 can be visualised by confocal 

microscopy, at the end of the experiment cells were treated with 10% H2O2 and cell 

death was observed by DRAQ7 incorporation (data not shown). To further investigate 

whether alum is inside cells, BMDCs incubated with fluorescent alum for 6 hours were 

stained with cholera toxin B, which binds to the cell surface. Alum particles can clearly 

be identified within cells(Figure 4. 3). Since alum can be phagocytosed by DCs, the 

next question was whether the cytotoxic effect of alum was dependent on the uptake 

of particles. BMDCs were pre-treated with cytochalasin D, a fungal toxin which inhibits 

actin polimerisation and phagocytosis, prior to addition of a cytotoxic concentration of 

alum (400pg/ml). After 1, 3 and 6 hours, cells were collected, stained with PI and 

analysed by flow cytometry. As previously shown, alum enhanced the number of Pl^ 

cells compared to controls. Flowever, cell death induced by alum was inhibited by 

cytochalasin D (Fig. 4. 4. A and B).

4.3.3. Alum induces necrosis in vitro

Since phagocytosed alum promoted cell death in BMDCs the next question 

addressed was what kind of cell death is it? For a long time only two types of cell 

death were described: apoptosis and necrosis. One of the early changes in apoptotic 

cells is translocation of phosphatidylserine (PS) to the outer surface of the plasma 

membrane, which can be detected by flow cytometry with the use of 

fluorochrome-conjugated annexin V. In order to determine whether alum can induce 

apoptosis, FITC-conjugated annexin V (AnnV-FITC) was used. BMDCs were incubated 

with alum or actinomycin D, which was used as a positive control to induce apoptosis 

in BMDCs. After 1, 3 and 6 hours of treatment, cells were stained with annexin V and 

PI to distinguish apoptotic and necrotic cell death. As was expected, actinomycin D 

triggered apoptosis in BMDCs as early as 3h after exposure and actinomycin D-treated 

BMDCs were either PI AnnV or PFAnnV^ (Figure 4. 5. A). BMDCs incubated with alum 

did not stain selectively with annexin V at any time point. (Figure 4. 5. A). In order to
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further confirm that alum does not induce apoptosis, BMDCs were pre-treated with 

the pan-caspase inhibitor ZVAD-fmk before addition of alum. After 3h cells were 

collected, stained with PI and analysed by flow cytometry. Inhibition of caspases did 

not affect the cytotoxicity of alum (Figure 4. 5. B).

Having established that alum induced cell death but did not promote 

apoptosis, it was necessary to determine whether alum can promote necrosis. 

However, necrosis is only a final destination of cells which can die due to different 

triggers and pathways. Recently, two new types of cell death were described: 

pyroptosis and pyronecrosis. Pyroptosis is inflammation-associated cell death, which 

relies on caspase-1 rather than apoptotic effector caspases (279). Alum is a known 

activator of the NLRP3 inflammasome and caspase-1 and it was determined whether 

alum-induced cell death is NLRP3, ASC or caspase-l-dependent. Firstly, BMDCs were 

pre-incubated with the caspase-1 inhibitor, YVAD-fmk. In addition, wild-type, 

ASC-deficient and NLRP3-deficient BMDCs were incubated with alum. After 3h, cells 

were collected and cell death was assessed by incorporation of PI. Alum promoted cell 

death and its capacity to induce cell death was not dependent on NLRP3 or caspase-1, 

which indicates that alum does not induce pyroptosis (Figure 4. 5. C). Next, it was 

evaluated whether alum promotes pyronecrosis. Pyronecrosis is 

caspase-l-independent, but NLRP3 and cathepsin B-dependent (280). Since 

alum-induced cell death is NLRP3-independent this would suggest it is not 

pyronecrosis. However, to confirm this, BMDCs were pre-treated with the cathepsin B 

inhibitor, CA-074-Me followed by incubation with alum. After 3h, cells were collected 

and cell death was assessed by staining with PI. Alum induced cell death and the 

presence of a cathepsin B inhibitor did not have an impact on its cytotoxicity (Figure 4. 

5.D).

Particle uptake, followed by inflammasome assembly and lysosomal rupture 

are required for alum-induced IL-ip production by DCs (238). Since neither NLRP3, 

ASC, caspase-1 nor cathepsin B were required for cell death, their role in alum-driven 

IL-ip secretion was confirmed. BMDCs were primed with IPS for 3h, followed by 6h 

incubation with alum. As expected, a lack of inflammasome components, as well as 

inhibition of caspases and cathepsin B resulted in a significant decrease in IL-ip
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production. Furthermore, inhibition of actin polimerization by cytochalasin D also led 

to a decrease in IL-ip secretion (Figure 4. 6).

Having established that alum induced necrosis but not pyroptosis or 

pyronecrosis, the next question addressed was whether autophagy is involved in 

alum-induced cell death. Autophagy is a self-degradation process to maintain cell 

homeostasis (178). Interestingly, autophagy has been observed to accompany cell 

death (286). Two inhibitors were used to block autophagy, 3-methyladenine (3-MA) 

and chloroquine. 3-MA blocks class III PI3 kinases, which are involved in 

autophagosome formation, an initial event in autophagy, whereas chloroquine 

targets lysosomes and prevents their fusion with autophagosomes, which is a later 

event (Figure 1.13). BMDCs were pre-treated with autophagy inhibitors, prior to the 

addition of alum. After 6h, cells were collected, stained with PI and analysed by flow 

cytometry. Interestingly, pre-treatment with 3-MA, but not chloroquine, prevented 

alum-induced cell death (Figure 4. 7). Autophagy has also been implicated in 

regulation of IL-ip production. It has been demonstrated that autophagy inhibition 

increases IL-ip secretion by cells treated with IPS alone or IPS with the NLRP3 

inducers, MSU crystals, nigericin or ATP (180, 287). In order to determine the role of 

autophagy in alum-induced IL-ip secretion, BMDCs were stimulated with LPS and then 

pre-incubated with 3-MA, before addition of alum at concentrations from 

100-500pg/ml for 6 or 24h. Interestingly, inhibition of autophagy significantly 

decreased IL-ip secretion induced by LPS and alum at both time points, while 3-MA 

enhanced IL-ip secretion in LPS-primed BMDCs after 24h, but not 6h (Figure 4. 8). 

Overall, these results indicate that alum induces necrosis in dendritic cells, which can 

be blocked by an inhibitor of autophagy.

4.3.4. Macrophages and muscle cells are susceptible to alum- 
driven cell death

In order to demonstrate that alum-induced cell death is not restricted to 

dendritic cells, other innate immune cells, immortalised bone marrow-derived 

macrophages (iBMM), and non-hematopoietic cells, the muscle cell line C2C12, were 

used. iBMMs and C2C12 cell were incubated with a range of different concentrations
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of alum (5-2000ng/ml). After 1 and 6 hours, cells were stained with PI and analysed by 

flow cytometry. Alum enhanced the number of Pr cells in both iBMMs and C2C12 cells 

(Figure 4. 9). However, the capacity of alum to induce cell death in iBMMs and C2C12 

cells was different. iBMMs were more susceptible to cell death compared not only to 

C2C12 cells but also to BMDCs. iBMMs were killed even by concentrations of alum as 

low as lOOpg/ml after only Ih of incubation. High concentrations of alum 

(500-2000pg/ml) killed almost 100% of iBMMs after 6h (Figure 4. 9 B). C2C12 cells 

were more resistant to alum-induced cell death. Alum did not significantly enhance 

C2C12 cell death after Ih and only higher concentrations of alum at the 6h time point 

were found to induce significant cytotoxicity (Figure 4. 9 A). Since alum-induced 

dendritic cell death was autophagy-dependent, the next question addressed was 

whether, inhibition of autophagy can block alum-induced cell death in immortalised 

bone-marrow derived macrophages. Thus, iBMMs were pre-treated with the 

inhibitors, 3-MA and chloroquine, followed by incubation with alum. After 6h cells 

were stained with PI and analysed by flow cytometry. As before, alum induced 

massive cell death. However, only pre-incubation with 3-MA, but not with 

chloroquine, prevented alum-induced cell death (Figure 4.10).

4.3.5. Alum induces cell death in vivo

Even though it was proven that alum could induce cell death in vitro, the most 

important and relevant question was whether alum can promote cell death in vivo. As 

shown before, alum induced massive cell death after intraperitoneal injection (Figure 

3. 17. B), which was significant 1 hour post injection. To confirm this finding, C57BL/6 

mice were injected intraperitoneally with PBS or alum (Img/mouse). After Ih, the 

peritoneal cavity was washed and PerC were stained with Aqua Live/Dead Stain or PI 

to assess the percentage of cell death. As was expected, only a small percentage of 

PerC isolated from PBS-injected mice were Pr or Aqua^. However, alum injection 

induced massive cell death in the peritoneal cavity (Figure 4. 11). More than 50% of 

alum-treated PerC were Pr. Moreover, using the Aqua Live/Dead stain more than 60% 

of PerC from alum injected mice were dead.
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4.3.6. Alum induces early IL-33 release at the site of injection

Necrotic cells can release and induce secretion of pro-inflammatory cytokines 

into the surrounding tissue, leading to activation of the innate immune system. Since 

alum induced cell death in vivo the ability of alum to promote the release of 

pro-inflammatory chemokines and cytokines was investigated. The acellular peritoneal 

fluid isolated from mice injected intraperitoneally with PBS alone or alum for 1 hour 

was analysed for the presence of the cytokines IL-ip, IL-6, IL-33 and the chemokines 

KC, MIP-2. MIP-la, MCP-1 and eotaxin. Interestingly, IL-33 was released 1 hour post 

alum injection. Furthermore, there was a massive induction of pro-inflammatory IL-6, 

the neutrophil chemoattractants, KC, MIP-2, and the monocyte and macrophage 

chemoattractants, MIP-la and MCP-1. However, significant levels of IL-ip, IL-la and 

eotaxin were not detected (Figure 4. 12 A). To confirm that IL-33 is released shortly 

following alum-induced cell death, peritoneal acellular fluid isolated from mice 

injected intraperitoneally with PBS or alum for 1, 3, 6 and 24 hours was tested for the 

presence of IL-33. Alum only induced significant IL-33 release 1 hour post injection.

The release of IL-33 very quickly after alum administration was never described 

before. However, other damage-associated molecular patterns, including uric acid, 

have been implicated in alum-driven immune response (151). Therefore, in order to 

determine whether IL-33 release is uric acid-dependent, uricase was used to deplete 

uric acid levels during immunisation. Mice were immunised with PBS, alum, 

monosodium urate (MSU) crystals and with alum or MSU crystals in the presence of 

uricase. After 1 hour, mice were sacrificed, the peritoneal cavity was washed and PerC 

and the acellular peritoneal supernatants were collected. Firstly, supernatants from 

the peritoneal fluid were analysed for the presence of IL-33. At 1 hour post injection, 

alum induced upregulation of IL-33, whereas MSU crystals did not. Importantly, 

addition of uricase did not have any significant impact on alum-induced IL-33 (Figure 

4. 13 A). To confirm that injected uricase was active, the effect of uric acid-depletion 

on alum and MSU crystal-induced cell infiltration was investigated. Isolated PerC were 

analysed for the presence of neutrophils and resident macrophages (Figure 4. 13 B). At 

early time points alum and MSU injection decreased the total cell number in the 

peritoneum, probably due to cell death, while uricase did not block this effect (Figure
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4. 13 C). As was expected, alum and MSU crystals promoted the disappearance of 

resident macrophages and the recruitment of neutrophils to the site of injection. 

Importantly, even though the addition of uricase did not have any impact on cytokine 

secretion, it inhibited the recruitment of neutrophils after alum and MSU crystal 

injection (Figure 4. 13 B and C). The disappearance of macrophages was also partly 

reversed only when uricase was added to the MSU crystals, but not when uricase was 

injected with alum (Figure 4. 13 B and C).

4.3.7. The IL-33/ST2 axis is required for alum-induced 
infiltration of eosinophils

Due to the fact that IL-33 was released after alum injection, it was crucial to 

determine whether the lack of the IL-33 would alter innate immune responses 

induced by alum. Therefore, wild-type and IL-33 ^ mice were injected intraperitoneally 

with PBS or alum and sacrificed after 24 hours. The peritoneal cavity was washed and 

cells were isolated and analysed by flow cytometry to determine the numbers of 

resident macrophages, mast cells, neutrophils, inflammatory monocytes, and 

eosinophils. Alum induced comparable infiltration of cells at the site of injection in 

wild-type and IL-33-deficient mice (Figure 4. 14 A). Moreover, the lack of IL-33 did not 

alter the depletion of resident macrophages or mast cells and the infiltration of 

inflammatory monocytes and neutrophils (Figure 4. 14 B and C). However, the number 

of eosinophils was decreased significantly in IL-33-deficient mice (Figure 4. 14 C).

In order to confirm that alum-induced recruitment of eosinophils was 

dependent on IL-33 signalling, mice lacking the IL-33 receptor, ST2, were used. 

Wild-type and ST2 '^ mice were injected with PBS or alum. After 24h, PerC were 

isolated and analysed by flow cytometry to monitor cell influx following injection. 

Similarly to IL-33-deficient mice, the abscence of ST2 did not have a significant impact 

on total cell infiltration (Figure 4. 15 A). Furthermore, inflammatory monocyte and 

neutrophil influx was slightly increased in ST2-deficient mice (Figure 4. 15 B and C), 

while eosinophil recruitment was significantly decreased (Figure 4. 15 D).

Previous experiments using 4Get mice showed that lL-4-expressing cells, 

probably eosinophils, were recruited to the peritoneal cavity in response to alum
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administration (241, 249). Thus, the next question addressed was whether IL-33 has 

any impact on the recruitment of IL-4 producing cells. 4Get and 512 '^" 4Get mice were 

injected intraperitoneally with PBS or alum. After 24 hours, PerC were isolated, and 

analysed by flow cytometry. Moreover, cytospins of peritoneal cells were prepared. 

Firstly, it was confirmed that infiltration of eosinophils was decreased in 4Get 

ST2-deficient mice (Figure 4. 16 A and C) Moreover, in accordance with results from 

ST2-deficient mice, 4Get ST2 ^ mice did not have impaired infiltration of neutrophils 

and the alum-induced depletion of resident macrophages was not altered (Figure 4. 16 

C). Next it was determined whether eosinophils and Gr-l'"* cells are the source of IL-4 

after immunisation with alum. As expected, 4Get mice immunised with alum 

upregulated IL-4 production. However, when ST2-deficient 4Get mice were injected 

with alum there were fewer IL-4 producing cells in the peritoneal cavity (Figure 4. 17 

A). Overall, ST2-deficiency led to a reduction in the numbers of IL-4^ Gr-1^ cells and 

IL-4^ eosinophils recruited to the peritoneal cavity by alum (Figure 4. 17 B).

4.3.8. ST2 blocks alum-induced IgG isotype switching

Having established that alum induced necrosis at the site of injection, which 

led to the release of the IL-33 and ST2-dependent IL-4^ eosinophil influx, it was 

important to address the role of IL-33 in alum-driven humoral immune responses.

In order to determine the requirement of the IL-33 receptor, ST2, in antibody 

responses after alum immunisation, wild-type and ST2'^‘ mice were immunised with 

PBS, OVA alone or OVA co-administered with alum. After 14 days, mice were boosted 

with the same treatments. Sera collected on days 13 and 21 from immunised mice 

were analysed for the presence of OVA-specific IgGl, lgG2b, IgGc and IgE. Moreover 

total IgE levels were measured in sera as a indicator of TH2 responses. The levels of 

OVA specific antibodies after prime and boost immunisation were similar, thus only 

the data from day 21 are presented. Immunisation with OVA and alum in wild-type 

and ST2-deficient mice resulted in an increase of OVA specific IgGl in comparison to 

OVA alone. However, there are no significant differences in antigen-specific IgGl 

between WT and ST2'^' mice immunised with alum (Figure 4. 18 A). Interestingly, 

significant OVA-specific lgG2b and lgG2c titres were only detected in ST2-deficient
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mice after alum immunisation (Figure 4. 18 A). Immunisation with alum resulted in an 

increase in OVA-specific IgE and total IgE levels in wild-type mice. However, 

ST2-deficiency led to a decrease in both OVA-specific and total IgE levels (Figure 4. 18 

B and C). The decrease in total IgE in ST2 ^' mice compared to wild-type mice was 

significant only for prime immunisation (sera from day 13), while boosting led to 

a reduction in the difference between wild-type and ST2 ^ mice.

In order to confirm that this striking effect of ST2-deficiency was due to IL-33 

release at the site of alum-induced necrosis, wild-type and IL-33'^' mice were 

immunised with PBS, OVA alone or OVA co-administered with alum. After 14 days, 

mice were boosted with the same treatments. Sera collected on days 13 and 21 from 

immunised mice were analysed for the presence of OVA-specific antibodies. 

Surprisingly, in contrast to ST2-deficient mice, 11-33"'^ mice had similar levels of OVA- 

specific IgGl, lgG2b and IgE after alum immunisation when compared to wild-type 

mice. However, similarly to ST2 '^ mice, OVA-specific lgG2c titres were higher in IL-33'^' 

mice (Figure 4. 19 A). Additionally, the lack of IL-33 led to a decrease in total IgE levels, 

which was significant only for prime immunisation (sera from day 13), while boosting 

led to a reduction in the difference between wild-type and IL-33 ^ mice (Figure 4. 19 

B).

4.3,9. IL-33 is not required for induction of antigen-specific CDS 
T cells following alum immunisation

It has been demonstrated that IL-33 released during necrosis can act on CD8 T 

cells directly and this process is necessary for induction of potent cytotoxic CD8 T cell 

responses to viruses (143). To establish whether alum-induced antigen-specific CD8 T 

cell responses depend on IL-33 release, wild-type and IL-33‘'^' mice were immunised 

with PBS, OVA alone or OVA co-administered with alum. After 14 days, mice were 

boosted with the same treatments. After 7 days mediastinal lymph nodes and spleens 

were collected and single cell suspensions were analysed by flow cytometry. Cells 

were gated to exclude debris, doublets and dead cells. B220^ and F4/80^ cells were 

excluded and CD3^CD8^CD4' T cells were gated. OVA-specific CD8 T cells were 

detected using kVsIINFEKL tetramer and upregulation of CD44, a T cell activation
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marker (Figure 4. 19 A). As expected, alum promoted induction of OVA-specific CDS T 

cells both in mediastinal lymph nodes and spleens in wild-type mice, while OVA alone 

did not. Lack of IL-33 did not decrease the number of tet^ CDS T cells in mLNs and 

spleens (Figure 4. 19 C). Surprisingly in fact even, some IL-33-deficient mice 

immunised with alum had even more OVA-specific CDS T cells in spleen that wild-type 

mice although the effect did not reach significance.

114



4.4.Discussion

In developed countries there is a schedule of vaccinations, beginning early in 

life to confer protection against common childhood diseases. However, there are still 

diseases which we cannot prevent by vaccination using traditional approaches. 

Therefore, there are attempts to develop new vaccines, many of them with novel 

adjuvants, which are designed to be safe and effective. However, according to the 

predictions of the "danger model", without any danger signals the consequence of 

immunisation will be tolerance rather than protective immunity. Therefore, it is 

important to ask whether adjuvants and vaccines can work without some degree of 

toxicity? It has been reported that alum, which is regarded as a safe adjuvant, can kill 

cells in vitro, induce local cell death and release endogenous danger signals at the site 

of injection (237, 250, 276).

Findings presented in this chapter confirm that alum can induce cell death in 

vitro. Cell death was assessed in the muscle cell line, C2C12, immortalised bone 

marrow-derived macrophages and bone marrow derived-dendritic cells. These cells 

were used since DCs and macrophages are alum sensors and muscle cells are 

predominant at the site of human intramuscular vaccine administration. Interestingly, 

the kinetics of cytotoxicity vary between different types of cells. Macrophages are the 

most susceptible to alum-induced cell death while C2C12 muscle cells were least 

susceptible. These differences may reflect a differential capacity of the cells to interact 

with alum. DCs were shown to interact intimately with alum within seconds of initial 

contact via lipid rafts (232), which can delay phagocytosis and subsequent cell death. 

On the other hand, macrophages do not seem to sense alum trough lipid rafts (232), 

but they have been shown to internalise and accumulate alum efficiently (207, 234). 

Furthermore, Flach and colleagues questioned whether DCs can phagocytose alum 

and suggested that after rare events of alum phagocytosis DCs always die. Therefore, 

a detailed analysis of the ability of DCs to phagocytose alum was carried out. 

Surprisingly, within 1 hour almost all BMDCs were fluorescent alum^ when measured 

by flow cytometry. It was also confirmed by confocal microscopy that alum interacted 

first with membranes, but within 30 minutes it was internalised by cells. Furthermore,
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pre-treatment with cytochalasin D led to inhibition of alum-driven cell death. 

Cytochalasin D inhibits actin polimerisation, which is crucial in phagocytosis.

Having confirmed that DCs are capable of taking up alum and the inhibition of 

phagocytosis by cytochalasin D blocks their cell death, next the nature of alum- 

induced cell death was studied in BMDCs. The type of cell death is very important in 

the context of immune responses. Apoptosis is regarded as non-immunogenic, due to 

the fact that membrane integrity is maintained and the cell cannot release DAMPS. In 

contrast, necrotic cell death is associated with cell swelling, a loss of membrane 

integrity and the release of endogenous danger signals, which can induce 

inflammation (277). Even though necrosis was described as an uncontrolled process, 

recent data shows that it might be regulated (278). Recently, new types of cell death 

were reported, pyroptosis (279) and pyronecrosis (280). Both are characterised by 

rapid plasma membrane rupture and the release of pro-inflammatory intracellular 

contents. However, pyroptosis and pyronecrosis require different cellular machinery. 

Pyroptosis depends on inflammasome formation, caspase-1 and NLRP3, while 

pyronecrosis is caspase-l-independent, but NLRP3 and cathepsin B-dependent.

Firstly, it has been confirmed that alum does not induce apoptosis, as 

alum-treated BMDCs do not express Annexin V, an apoptotic marker and the cell 

death cannot be blocked by the pan caspase inhibitor, ZVAD. However, DCs 

incorporated PI, a dye which accumulates in cells with ruptured membranes, 

suggesting necrotic cell death. Recently, it has been suggested by Jacobson and 

colleagues that alum induces a novel necrotic type of cell death in vitro, which results 

from lysosomal destabilisation (276). They demonstrated that alum induced 

macrophage death which is not pyroptosis (caspase-l-dependent necrosis) or 

necroptosis (RIP-l-mediated necrosis). Likewise, it has been established here that 

alum-induced dendritic cell death was not mediated by pyroptosis or pyronecrosis, as 

alum-induced cell death cannot be prevented by a lack of the inflammasome 

components, NLRP3 and ASC, or by inhibiting caspase-1 and cathepsin B. Jacobson et 

al. demonstrated that alum-induced bone marrow-derived macrophage death can be 

blocked by a high concentration of the cathepsin B inhibitor (CA-074-Me) and that 

BMMs deficient in cathepsin B or cathepsin S are resistant to alum-induced cell death. 

However, no role for cathepsin B was seen in the current study. Importantly, alum
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adjuvant, alhydrogel composed of aluminium hydroxide alone, which is applied for 

human vaccination, was used for all experiments in this thesis, while Jacobson and 

colleagues used Imject Alum, a combination of aluminium hydroxide and magnesium 

hydroxide. The formulations differ in crystalline composition and also their 

immunostimulatory properties. Furthermore, different cells were used in these 

experiments. The dendritic cells used in this thesis were not primed with any PRR 

agonist, while in the Jacobson did study macrophages were primed with IPS, which 

might also change the vulnerability to cell death. Overall, from the current study it can 

be concluded that the alum adjuvant, Alhydrogel, induces necrosis, but not apoptosis, 

pyronecrosis or pyroptosis in dendritic cells.

In recent years other types of cell death were described, including autophagic 

cell death. This has led to some controversy as autophagy is regarded as a process to 

maintain cell homeostasis by self degradation of cell components during starvation, 

recycling damaged organelles and misfolded proteins, but also targeting toxic 

components and intracellular pathogens (288). However, cytotoxic effects can also be 

attributed to massive autophagy, which results in self-destruction. Autophagic cell 

death involves an increased accumulation of autophagic vacuoles and subsequent cell 

death, which can be avoided by specific inhibition of autophagy (289). Interestingly, it 

has been demonstrated that alum is an autophagy inducer (180). Furthermore, it is 

demonstrated here for the first time that blocking autophagy prevents alum-induced 

cell death in vitro. Pre-treatment with 3-MA led to inhibition of alum-driven cell death 

in the case of both bone marrow derived dendritic cells and immortalised 

macrophages. 3-MA can suppress autophagy by targeting class III PI3 kinases thus 

interfering with the formation of autophagosomes, an early event in autophagy. 

Another autophagy inhibitor, chloroquine targets later events during autophagy, 

namely lysosomal hydrolases and the fusion of autophagosomes with lysosomes. 

Pre-treatment of BMDCs and iBMMs with chloroquine did not lead to suppression of 

alum-induced cell death. This discrepancy suggests that only the inhibition of early 

events in autophagy can prevent alum-induced cell death while once autophagosomes 

are formed cell death cannot be prevented. It is possible that overwhelming 

phagocytosis of alum by dendritic cells induces autophagy which cause irreversible 

cellular damage and consequently cell death by necrosis. However, to prove that
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alum-driven cell death is indeed an autophagic event, additional experiments will have 

to be conducted, as the observation that 3-MA modulates alum-induced cell death is 

only a starting point for further experiments. For instance, experiments with dendritic 

cells in which proteins involved in autophagosome formation and elongation (e.g. the 

PI3 kinase III complex protein Beclin-1 or the elongation conjugate proteins Atg 5 or 

Atg 16) are silenced by siRNA should be conducted.

Recently, it has been demonstrated that autophagy can modulate immune 

responses by targeting cytokine production. One of the most interesting examples is 

IL-ip. Autophagy inhibits IL-ip secretion by different means, including sequestering 

pro-IL-ip and inflammasomes into autophagosomes and targeting them for 

degradation (180, 181). Thus, inhibition of autophagy by 3-MA or Wortmannin or 

using cells deficient in autophagy induction led to an increase in IL-ip secretion when 

cells are stimulated with LPS alone or with IPS and various inflammasome inducers 

(180, 181, 287). Indeed, it is also reported in this thesis that 3-MA increased 

LPS-induced IL-ip secretion. Surprisingly, suppression of autophagy by 3-MA, blocked 

alum-induced IL-ip secretion. This result is in contrast to previous experiments where 

it has been shown that 3-MA in the presence other NLRP3 inflammasome inducers, 

MSU crystals and nigericin, resulted in upregulation of IL-ip (180, 287). There is only 

one report, which suggests that autophagy might facilitate secretion of proteins, 

including IL-ip, rather than their degradation. Dupont and colleagues demonstrated 

that basal autophagy inhibits IL-ip secretion, but once autophagy is induced there is 

enhanced IL-ip secretion (290). Overall, the role of autophagy in IL-ip secretion may 

depend on timing and the specific type of stimuli. Based on this report and some 

studies on unconventional protein secretion in yeasts it has been proposed that there 

could be two types of autophagy: secretory and degradative (291). However, the 

difference at a molecular level between the two types of autophagosomes and how 

their fate is decided remains unclear. Thus, it remains to be determined whether alum 

can induce secretory autophagy which facilitates IL-1(3 release, while at the same time 

inducing degradative autophagy to deal with the massive burden of phagocytosed 

alum.

Crucially, alum not only induces cell death in vitro, but also in vivo. In 

accordance with a previous report (250), intraperitoneal injection of alum induced
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a significant increase in the percentage of dead cells in the peritoneal cavity. However, 

Marichal and colleagues analysed peritoneal exudate cell death in mice injected with 

alum after 3 to 24 hours, when substantial cell recruitment can be observed. 

Therefore, the reported percentages of cell death may be lower than expected due to 

dilution by infiltrating cells. Analysis of cell death 1 hour post alum injection shows 

that alum potently kills resident cells; at least 50% of cells were PI and Aqua 

LIVE/DEAD positive. Both markers only stain cells in which membrane integrity is lost, 

which further confirms that alum induces necrosis.

The "danger theory" suggests that immune responses are induced by "danger 

signals" released by stressed and injured tissues. One potential danger signal, IL-33, 

a novel cytokine in the IL-1 family (281) is expressed by multiple tissues, but it is 

thought to be released only during necrosis (138). Therefore, IL-33 levels were 

analysed in the peritoneal lavage fluid at different time points following injection. 

Interestingly, IL-33 is released in vivo as early as 1 hour post alum injection, which 

correlates with massive cell death. IL-33 cannot be detected at later time points. This 

suggests that alum-induced cell death is rapid and very shortly after injection "danger 

signals" are released. Indeed, other endogenous danger molecules, uric acid and host 

DNA were detected as early as 2 and 3 hours post alum administration, respectively 

(237, 250). To confirm that IL-33 is released independently of uric acid, mice were 

depleted of uric acid by the addition of uricase, the enzyme which inactivates uric 

acid. It has been reported that intraperitoneal injection of alum or MSU crystals 

results in uric acid-dependent neutrophil infiltration, which can be reversed by the 

addition of uricase (237, 251). In experiments presented in this report uricase 

inhibited neutrophil infiltration induced by both alum and MSU injection. Importantly, 

depletion of uric acid did not significantly reduce IL-33 release. This suggests that MSU 

crystals are not required for IL-33 release.

Intraperitoneal injection of alum induces immune response in different 

immunological compartments. Firstly, at the site of injection, alum can induce necrosis 

and release of cytokines, including IL-33, IL-ip, IL-6 and chemokines, including KC, 

MIP-la, MIP-2, MCP-1 and eotaxin, which drive innate responses. In accordance with 

previous reports (237, 241), in wild-type mice alum injection induced the infiltration of 

inflammatory monocytes and neutrophils and the disappearance of resident

119



macrophages and mast cells. This alum-driven innate response was intact in both 

IL-33-deficient and ST2-deficient mice. However, the lack of IL-33/ST2 signalling 

impaired eosinophil recruitment to the site of injection. Indeed, it was reported 

previously, that IL-33 induces eosinophil migration (138, 292) and also activation (138, 

281). Moreover, over-expression of IL-33 leads also to eosinophil influx. For instance, 

in a mouse model of atopic dermatitis, skin-specific stable expression of IL-33 induced 

eosinophil infiltration into the skin and systemic eosinophilia (293). Furthermore, as 

with alum injection, it has been demonstrated that eosinophils are recruited in 

an IL-33/ST2-dependent manner during parasite infections and allergy (150, 283, 294). 

Importantly, it has yet to be established which cells release IL-33 after alum 

administration and what kind of cells sense it. In the intraperitoneal model used here, 

resident macrophages and mast cells are sensors of alum. It has been demonstrated 

that eosinophils are recruited only in mice which have mast cells present in the 

peritoneum and that this is IL-5-dependent. It is probable that alum-induced IL-33 

drives IL-5 secretion by mast cells, which were observed to express ST2 (146).

The role of eosinophils in alum-driven immune responses is somewhat 

controversial. It has been demonstrated that Gr-1^ granulocytes, which resemble 

eosinophils, play a crucial role in modulating alum-induced immune responses. 

Following alum administration Gr-1^ cells accumulate and produce IL-4 at the site of 

injection and later also in the spleen. This IL-4 production plays a pivotal role in 

suppressing THl responses, because a lack of IL-4 signalling or depletion of Gr-1^ cells 

lead to decreased production of IgE and increased levels of antigen-specific 

(THl-related) lgG2a/c. However, there is conflicting data regarding whereas these 

Gr-1^ IL-4-producing cells are indeed eosinophils, because mice lacking eosinophils do 

not exhibit a similar phenotype to IL-4 deficient mice after alum immunisation (241). 

Furthermore, it has been demonstrated that mast cells and IL-5, which are crucial for 

eosinophil influx after alum injection, are dispensable for alum adjuvanticity (241). 

Therefore, it was determined using 4Get and ST2-deficient 4Get mice whether the lack 

of IL-33/ST2 correlates with the reduction of IL-4 production by eosinophils and/or 

Gr-l"^ cells. Indeed, IL-4 production was reduced not only in eosinophils, but also in 

Grl'"* cells, which indicates that alum-driven infiltration and/or stimulation of IL-4^ 

cells is ST2 signalling dependent.
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As mentioned before, IL-4 producing cells have been shown to potently 

modulate alum-driven immunity, by blocking cellular immune responses. Therefore, in 

order to determine if IL-33/ST2 is able to modulate alum-induced humoral and cellular 

immune responses, wild-type, ST2-deficient and IL-33-deficent mice were immunised 

and later boosted with OVA in alum. As was expected, immunisation of wild-type mice 

with OVA co-administered with alum resulted in elevated total IgE, detectable levels 

of OVA-specific IgE and high titres of OVA-specific IgGl, but low titres of lgG2b and 

lgG2c, an indication of a TH2 type response. ST2-deficiency and IL-33-deficiency did 

not reduce the capacity of alum to promote IgGl responses, as mice immunised with 

alum had the same level of OVA-specific IgGl antibodies compared to alum 

immunised wild-type mice. However, when other OVA-specific antibody titres were 

compared, there was a significant difference between wid-type and ST2’^ or IL-33'^' 

mice. While titres of OVA-specific lgG2b and lgG2c were significantly elevated in 

ST2-deficient mice, there was only slightly increased OVA-specific lgG2c in IL-33’^' 

mice. Furthermore, while both ST2 and IL-33 deficiency led to a reduction in total IgE 

concentrations, only in ST2'^ mice was there a decrease in antigen-specific IgE 

responses. Interestingly, the change in alum-driven antigen-specific antibodies in ST2'^‘ 

mice is in line with previous reports which demonstrated that deficiency in the TH2 

associated cytokines IL-4, IL-6 and IL-13 did not alter antigen specific IgGl, but 

elevated lgG2a (equivalent of lgG2c) titres and decreased IgE levels after alum 

immunization (247, 248, 295). However, it is very surprising that this effect is not fully 

mediated by IL-33, which has been shown by many to induce strong innate type 

2 responses. Clearly, it is possible that while alum injection induces local release of 

IL-33, which binds to ST2 and promotes eosinophil influx, there is an additional role for 

ST2, which is not dependent on the release of this alarmin.

Indeed, it has been suggested before that the simple relationship between 

IL-33 and ST2 as a ligand and a receptor is not exclusive. It was questioned whether 

IL-33 can have its own function as a nuclear factor, and that ST2 may exhibit unique 

ligand-independent inhibitory properties (296). In fact, ST2 is evolutionary older than 

its ligand. Sequences homologous to human ST2 have been identified in mouse (67%), 

chicken (43%) and zebra fish (34%), so the receptor is present in all jawed vertebrates. 

In contrast, IL-33 protein homology has been reported between human and mouse
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(54%), but the cytokine has not been found in species which evolved before rodents 

(296). Is it therefore possible that ST2 evolved in placental mammals to recognise 

extracellular IL-33, which would be released during necrosis as an alarmin, while at the 

same time fulfilling other IL-33-independent functions?

Indeed, there are reports which suggest a role for the ST2 receptor during 

inflammation which seems to be independent of IL-33 recognition. For instance, the 

induction of tolerance by low doses of LPS make wild-type and IL-33-deficient mice 

resistant to lethal dose of LPS, while ST2-deficient mice succumb to the LPS challenge 

(150, 297). Furthermore, induction of pathology in the animal model of multiple 

sclerosis, EAE, is independent of IL-33 (150), while ST2-deficiency was found to worsen 

disease outcome (298). On the other hand, airway inflammation, induced by two 

sensitizations with alum and OVA, develops normally in ST2mice (299), while IL-33'^' 

mice exhibit attenuated inflammation (150). Overall, these data suggest that there are 

conditions whose outcome differentially depends on IL-33 and ST2, ST2 alone or IL-33 

alone. Therefore, to elucidate the role of IL-33 and ST2 signalling it is important to use 

both mouse strains.

The ST2 receptor belongs to the Toll-like/IL-1-receptor superfamily, which 

share an intracellular TIR domain and can bind adaptor proteins e.g. MyD88 and Mai. 

The IL-33/ST2/IL-lRaP complex recruits MyD88, IRAKI and IRAK4 and induces the 

activation of NF-kB and MAP kinases (281). However, it has also been demonstrated 

that ST2 can inhibit the functions of MyD88 and Mai, which are necessary for TLR and 

IL-lRl receptors to be functional, by sequestering these adaptor proteins (297). 

Therefore, it is possible that upon IL-33 binding, ST2 activates downstream signals, 

whereas during stimulation of IL-IRI or TLRs ST2 acts as an inhibitory receptor, 

similarly to SIGIRR. Interestingly, the absence of MyD88, the ST2 adaptor protein, does 

not seem to have a similar effect to ST2-deficiency following alum immunisation. 

MyD88 and Trif-deficient mice immunised with alum have similar antigen-specific 

IgGl, lgG2c and IgE antibody titres when compared to wild-type mice (235). ST2-IL-33 

signalling might not be exclusively dependent on MyD88, therefore, other adaptor 

proteins may be involved in ST2 signal transduction. For instance, the role of Mai 

during alum immunisation has not been studied and would be an interesting avenue 

to pursue.
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Overall, there is a clear role of IL-33 in modulation of the innate immune 

response to alum, whereas ST2 impacts on innate and also on adaptive immune 

responses.
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Figure 4. 1. Alum induces cell death in BMDCs. DC from C57BL/6 mice were 
stimulated with alum at concentrations from 5-2000ng/ml. After 15 minutes, 1, 3 and 
6h, cell death was assessed by incorporation of PI. Cells were analysed by flow 
cytometry. Medium v Adjuvant *p<0.05, **p<0.01, ***p<0.001. (A) Results are 
expressed as the mean ± SEM of three independent experiments. (B) Representative 
results for 2000|ig/ml alum.
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Figure 4. 2. Alum is phagocytosed by dendritic cell witin one hour. (A, B) DC from 
C57BL/6 mice were incubated with alum and fluorescent OVA DQ at a concentration 
of 20pg/ml. After 1, 3 and 6h, alum OVA DQ uptake was assessed by flow cytometry. 
(C) 20pg/ml of Alum OVA DQ and two DNA stains, Hoechst 33258 and DRAQ7, were 
added to DC and cells were placed in confocal microscopy incubator for live cell 
imaging. Individual images were taken every minute up to 100 minutes. (A, C) 
Representative results from 3 independent experiments. (B) Results are expressed as 
the mean ± SEM of three independent experiments.
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Figure 4. 3. Alum is phagocytosed by dendritic cells. DC from C57BL/6 mice were 
incubated with medium or 1, 5 or 20iJg/ml fluorescent alum (green). After 6h cells 
were washed and cell membranes were stained with fluorescent cholera toxin B (red) 
and nuclei were stained with DAPI (blue), followed by analysis by confocal microscopy. 
Scale bars, 10 pm. Representative data from two independent experiments.
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Figure 4. 4. Alum-induced cell death depends on actin polymerisation. DC from 
C57BL/6 mice were incubated with medium or alum (400|ig/ml). In addition DC were 
treated as above in the presence of Cytochalasin D (5pM). Cells were collected after 
(A) 3h or (B) 1, 3 or 6h and stained with PI. Cell death was assessed by flow cytometry. 
Alum V Alum + Cytochalasin D *p<0.05. (A) Results are expressed as the mean ± SEM 
of two independent experiments. (B) Representative data from two independent 
experiments.
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Figure 4. 5. Alum does not induce apoptosis, pyroptosis or pyronecrosis in BMDCs.
(A) DC from C57BL/6 mice were incubated with 2000pg/ml alum or 5|iM actinomycin 
D. After 1, 3 and 6 hours, cells were stained with annexin V and PI. Cell death was 
assessed by flow cytometry. Results are representative of three independent 
experiments. (B, C, D) DC from C57BL/6, NLRP3 and ASC mice were incubated with 
medium or alum (400pg/ml). In addition, wild-type DC were treated as above in the 
presence of (B) Caspase inhibitor, ZVAD-fmk (lOpM), (C) Caspase-1 inhibitor YVAD- 
fmk (lOpM) or (D) Cathepsin B inhibitor, CA-074-Me (lOpM). Cells were collected after 
3h and stained with PI. Cell death was assessed by flow cytometry. Results are 
expressed as the mean ± SEM of two or three independent experiments.
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Figure 4. 6. Alum-induced IL-ip production is dependent on phagocytosis, cathepsin 
B and inflammasome assembly. DC from C57BL/6, NLRP3 '^ and ASC'^ mice were 
primed with LPS (5ng/ml) for 3 hours, followed by incubation with medium or alum 
(400pg/ml). In addition wild-type DC were treated as above in the presence of ZVAD- 
fmk (lOpM), YVAD-fmk (lOpM), CA-074-Me (lOpM) or Cytochalasin D (SpM). 
Supernatants were collected after 24h and tested for the presence of IL-I3 by ELISA. 
Results are representative of two independent experiments. Error bars show means 
± SD for treatments tested in triplicate. LPS + Alum (C57BL/6) v LPS-i- Alum + Inhibitor 
or LPS + Alum (NLRPB ''', ASC'' ) *** p<0.001.
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Figure 4. 7. Alum-induced dendritic cell death can be inhibited by blocking an early 
stage in autophagy. DC from C57BL/6 mice were incubated with medium or alum 
(500|ig/ml). In addition DC were treated as above in the presence of (A) 3-MA (5mM) 
or (B) chloroquine (lOpM). Cells were collected after 6h and stained with PI. Cell death 
was assessed by flow cytometry. Alum v Alum + Inhibitor ***p<0.001. (A, B) Results 
are expressed as the mean ± SEM of three independent experiments.
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Figure 4. 8. Blocking autophagy results in a decrease in alum-induced IL-ip secretion.
DC from C57BL/6 mice were incubated with medium, IPS (5ng/ml) alone or IPS with 
alum at concentrations from lOO-SOOfxg/ml. In addition, cells were treated as above in 
the presence of the autophagy inhibitor, 3-MA (5mM). Supernatants were collected 
after (A) 6h and (B) 24h and IL-ip concentrations were determined by ELISA. 3-MA + 
Alum + LPS V Alum + LPS, *** p<0.001. 3-MA + LPS v LPS alone **p<0.05. Results are 
representative of two independent experiments. Error bars show means ± SD for each 
experimental group tested individually in triplicate.
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Figure 4. 9. Macrophages and muscle cells are susceptible to alum-induced cell 
death. (A) C2C12 muscle cells and (B) immortalised bone-marrow derived 
macrophages were incubated with alum at concentrations from 5-2000|ig/ml. After 1 
and 6h, cell death was assessed by PI incorporation. Cells were analysed by flow 
cytometry. Medium v Adjuvant *p<0.05, **p<0.01, ***p<0.001. Results are expressed 
as the mean ± SEM of three independent experiments.
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Figure 4. 10. The autophagy inhibitor, 3-MA, blocks alum-induced cell death in 
macrophages. Immortalised BMMs were incubated with medium or alum (500pg/ml). 
In addition DC were treated as above in the presence of (A) 3-MA (5mM) or (B) 
chloroquine (lOpM). Cells were collected after 6h and stained with PI. Cell death was 
assessed by flow cytometry. Alum v Alum + Inhibitor *p<0.01. (A, B) Results are 
expressed as the mean ± SEM of two independent experiments.
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Figure 4.11. Alum induces cell death in vivo. C57BL/6 mice were injected with PBS or 
alum (Img/mouse) intraperitoneally. Mice were sacrificed 1 hour following injection 
and peritoneal exudate cells were isolated. PerC were stained with (A) PI or (B) Aqua 
LIVE/DEAD stain and cell death was assessed by flow cytometry. PBS v Alum 
***p<0.001. Results are representative of three independent experiments. Error bars 
show means ± SEM for 3-4 mice per experimental group.
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Figure 4. 12. Alum promotes early cytokine and chemokine release at the site of 
injection. C57BL/6 mice were injected with PBS or alum (Img/mouse) 
intraperitoneally. Mice were sacrificed 1, 3, 6 and 24 hours following injection and the 
peritoneal cavity was washed with PBS. The acellular phase of the peritoneal lavage 
fluid was analysed for the presence of IL-la (undetected), IL-ip, IL-6, IL-33, KC, MIP-2, 
MIP-la, MCP-1 and eotaxin (pg per mouse). PBS v Alum *p<0.05, **p<0.01, 
***p<0.001. Results are representative of two independent experiments. Error bars 
show means ± SEM for 3-4 mice per experimental group.
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Figure 4. 13. Alum-driven IL-33 release is not uric acid-dependent. C57BL/6 mice 
were injected intraperitoneally with PBS, alum (Img/mouse) and MSU crystals 
(O.Smg/mouse) alone or in the presence of Uricase (50U/mouse). Mice were sacrificed 
1 hour following injection and the peritoneal cavity was washed with PBS. (A) The 
acellular phase of the peritoneal lavage fluid was analysed for the presence of IL-33. 
PBS V Alum or MSU crystals *p<0.05, **p<0.01. (B, C) PerC were analysed for the 
presence of large peritoneal macrophages (B, higher panel) and neutrophils (B, lower 
panel). Alum or MSU crystals v Alum or MSU crystals + Uricase *p<0.05. Results are 
representative of two independent experiments. Error bars show means ± SEM for 3 
mice per experimental group.
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Figure 4. 14. lL-33 is required for eosinophil infiltration into the site of alum 
injection. Mice (C57BL/6 and IL-33 '^ ) were injected intraperitoneally with PBS or alum 

(Img/mouse). Mice were sacrificed 24 hours following injection and the peritoneal 
cavity was washed with PBS. Isolated PerC were counted (A), stained and analysed by 
flow cytometry for the presence of (B) resident macrophages, inflammatory 
monocytes, neutrophils, (C) eosinophils and mast cells. Wild-type Alum v IL-33'^‘ Alum 

*p<0.05. Results represent one experiment. Error bars show means ± SEM for 4 mice 
per experimental group.
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Figure 4. 15. IL-33 controls eosinophil infiltration into the site of alum injection via 
ST2 signalling. Mice (C57BL/6 and ST2 ^") were injected intraperitoneally with PBS or 
alum (Img/mouse). Mice were sacrificed 24 hours following injection and the 
peritoneal cavity was washed with PBS. Isolated PerC were counted (A), stained and 
analysed by flow cytometry for the presence of (B) neutrophils, (C) macrophages and 
(D) eosinophils. Wild-type Alum v ST2'^ Alum *p<0.05, **p<0.01, ***p<0.001. Results 
are from one experiment. Error bars show means ± SEM for 3 mice per experimental 
group. Experiment performed by Dr Hendrik Nel.
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Figure 4. 16. Lack of ST2 receptor in 4Get mice selectively impairs eosinophil 
recruitment after alum administration. Mice (4Get and 4Get ST2'^ ) were injected 

intraperitoneally with PBS or alum (Img/mouse). Mice were sacrificed 24 hours 
following injection and the peritoneal cavity was washed with PBS. (A) Isolated PerC 
were counted, stained and analysed by flow cytometry for the presence of 
eosinophils. (B, C) Differential staining on the cytospins (50000 PerC) was done with 
Thermo Scientific Shandon Kwik-Diff. Arrows: N - neutrophils, E - eosinophils, M - 
Macrophages. 4Get Alum v 4Get ST2'^' Alum *p<0.05, **p<0.01, ***p<0.001. Results 

are representabve of two independent experiments. Error bars show means ± SEM for 
3 mice per experimental group. Experiment performed by Dr Hendrik Nel.
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Figure 4.17. IL-33 induces IL-4 production by eosinophils and Gr-1^ cells. Mice (4Get 
and 4Get ST2'^') were injected with PBS or alum (Img/mouse) intraperitoneally. Mice 

were sacrificed 24 hours following injection and the peritoneal cavity was washed with 

PBS. Isolated PerC were stained and analysed by flow cytometry for the presence of IL- 
4 expressing eosinophils and Gr-l'"* cells. (A) Representative data. (B) Results are 
pooled from two independent experiments. 4Get Alum v 4Get ST2'^' Alum 

***p<0.001. Experiments performed by Dr Hendrik Nel.

140





□ OVA 
■ Alum + OVA

io“n o
f 10M 
£g 10'^ 
|lOH 

O 10”J u
<o

S 10'!
ralO'-
!b'o2^10^- 
^10'. 
o 10“-

***

1
V 4> 4>'

a 10'-.
TO 10‘-

o 10

**

i
10“'

^10’-
&
" 10^- liJ 1O)

10’

10"

Prime

B.

I
' I f—

10''

^ 10^-

■“ 10^^ uj TQ)
10’- 

10"

Boost

n.d n.d n.d

^ ^

OVA
Alum + OVA

ISOOt Prime

^ 1000-O)

UJ 500O)
r^ ^ ■

V V V

ISOOt Boost

^ ^ ^

^ PBS 
a OVA

Alum + OVA

Figure 4. 18. ST2 blocks THl-biased IgG isotype switching after alum immunisation.
Mice (C57BL/6 and ST2'^ ) were immunised intraperitoneally with PBS, OVA alone or 

OVA in combination with alum on days 0 and 14. On days 13 and 21 blood was 
collected. Blood samples were centrifuged and serum was removed. (A) The serum 
samples were analysed for OVA-specific IgGl, lgG2b, lgG2c and IgE by ELISA. OVA- 
specific antibody responses are expressed as end point Litres calculated by regression 
of a curve of OD values versus reciprocal serum dilutions to a cut-off point of 2 
standard deviations above the mean OD from sera of PBS injected mice. (B) Total 
levels of IgE were measured by specific ELISA. Wild-type Alum + OVA v ST2'^' Alum + 

OVA *p<0.05, **p<0.01, ***p<0.001. Results are representative of two independent 
experiments. Error bars show means ± SEM for 4-5 mice per experimental group.

141



1

4

M

i



A.

T- 10®o
■^10®
g 10®H
a
v 10®

§O 10“- u
5 10® 
ra10®^ 
it 10® 

« 10®-! 
^10' 
o 10®Lu

•V •V

O OVA 
■ Alum + OVA

a io®i 

^10* 
■M 10®-!

,i 10’ 
o 10“Lil

•V

Prime Boost

^101-1 
o>
mO)

102- 

'101- 

10
^ A'
V

X y

OVA
Alum + OVA

B.

25000-1 Prime

f 20000-1
E
•3) 15000 

10000 
- 5000

V V V

8000-1 Boost

£ 6000

V V V-V

^ PBS 
□ OVA

Alum + OVA

Figure 4.19. IL-33 has limited effect on antigen-specific lgG2c and total IgE responses 
after alum immunisation. Mice (C57BL/6 and IL-33^) were immunised 

intraperitoneally with PBS, EndoOVA alone or EndoOVA in combination with alum on 
days 0 and 14. On days 13 and 21, blood was collected. Blood samples were 
centrifuged and serum was removed. (A) The serum samples were analysed for OVA- 
specific IgGl, lgG2b, lgG2c and IgE by ELISA. OVA-specific antibody responses are 
expressed as end point titres calculated by regression of a curve of OD values versus 
reciprocal serum dilutions to a cut-off point of 2 standard deviations above the mean 
OD from sera of PBS injected mice. (B) Total levels of IgE were measured by specific 
ELISA. Wild-type Alum + OVA v IL-33''^ Alum + OVA *p<0.05. Results are from one 

experiment. Error bars show means ± SEM for 4-5 mice per experimental group.
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Figure 4. 20. IL-33 is not required for the induction of antigen-specific CDS T cells 
after alum immunization. Mice (C57BL/6 and IL-33^") were immunised 

intraperitoneally with PBS, EndoOVA alone or EndoOVA in combination with alum on 
days 0 and 14. Mice were sacrificed on day 21 and spleens and mediastinal lymph 
nodes were collected. The number of tetramer^ cells in lymph nodes and spleen were 
examined by flow cytometry. (A) Gating strategy. (B) tet^CQAA*” CDS T cells gated on 

live single CD3^CD8^CD4' B220 F4/80' cells. (C) The percentage and numbers of tet"^ 
CD8^ T cells in mediastinal lymph nodes and spleens. Results are from one experiment 
with 4-5 mice per experimental group.

143



.•j; ■■ M. •' - ■ ■

1 A)vv''l • • V •'. ''f I- < -r \ '‘ 1.* r ‘ •■-*

• "TJ

ii;*’ J.,' ^ ' 6! lif >"11.11' ;
& •'■ -.-, ■ ■

Hjff't'.M.y *«<K>:««V»**K£a MfVMtSiW 

yi:S« *■ .*V,'‘5«(»» I , ' * ,

I* ...OTIS

.A

m
tl

i
. "'41® •■■ 4'.

;jm^
■ '’i:'.................

m‘-1
'■v -^1 • -5^' I - •. -
*..■}(?« -T"- »' ^

IW

4V«i

f’fWirw*:'-'- ■’ ■■)( ■ r'#<*(3*11.' i:r -

J ,y.- , -.-.W,.

• '•W^ •'*'-• ^ '.-

................. '[y^A

lV ^ ^ —

:,'l'r'i'^

•Irxlli'l.Tl

'^V’f-'/ti

fe'fxMdbaaiti feiii5rtk>f«».i i«<f5 M Mt '' ' 4

iviifi

*#tT <Wtf

§mMm
.iifi>cf4-,;

Mi



CHAPTER 5

MODULATION OF lL-10 AND IL-12

PRODUCTION BY ALUM
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5.1. Introduction

Regulatory mechanisms are required to maintain immunological homeostasis. 

However, for vaccination any adjuvant-induced suppressive mechanism can be 

undesirable as this can compromise the induction of protection against pathogens. 

Furthermore, strong THl and TH17 immune responses are needed to develop efficient 

immunity toward pathogens including HIV virus (300) and Mycobacterium tuberculosis 

(301). Currently, the most widely used adjuvant for human vaccination, alum, is 

inefficient in the activation of THl and TH17 immune responses which makes it 

unsuitable for developing vaccines against the above pathogens. Therefore, novel 

strategies are under investigation to enhance cell-mediated immune response induction 

by particulate adjuvant formulations. For example, combinations of alum with PAMPs, 

particularly the TLR4 ligand, MPLA, are used clinically and other formulations are under 

evaluation (204).

While there is a range of cytokines which can polarise immune responses, the IL- 

12 family of cytokines can potently shape cell-mediated immunity (158). THl responses 

and IFN-y production are induced by bioactive IL-12 (IL-12p70), a heterodimeric 

cytokine composed of two subunits, p35 and p40. p35 is a unique subunit of IL-12p70, 

while p40 is shared by IL-12 and IL-23 (158). IL-12p70 is preferentially produced by 

antigen-presenting cells, including dendritic cells. Due to the role of IL-12 family 

cytokines in polarisation of adaptive immune responses, their expression is tightly 

regulated. Secretion of these cytokines can be inhibited by various mechanisms, which 

are best characterized for cells activated by TLR ligands. TLR ligands, not only induce 

production of pro-inflammatory cytokines by DCs, but also activate additional inhibitory 

signalling pathways to prevent excessive inflammation. One of the earliest identified 

mechanisms which negatively regulates secretion of cytokines, including IL-12p70, is 

activation of PI3 kinase (164). PI3 kinase activation leads to inhibition of IL-12 and 

subsequently THl responses, which can lead to TH2 polarisation. In addition to TLR 

ligands, endogenous stimuli can also induce PI3 kinase activation. Recent reports 

suggest that monosodium urate crystals and alum induce Syk-PI3 kinase signalling in 

dendritic cells following crystal interactions with membrane lipids (232, 302). Moreover, 

in vivo experiments with a Syk inhibitor and in mice deficient in PI3 kinase 6 show that
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this pathway is important for early recruitment of inflammatory dendritic cells to the 

site of MSU crystal injection and development of TH2 responses (251).

Immune responses can be also limited by IL-10, a cytokine which can be 

produced by cells from both the innate and adaptive immune system and is involved in 

suppressing functions of many immune cells. Importantly, IL-10 is potent regulator of 

THl responses. Abrogation of IL-10 signalling in mice immunised with OVA in the 

presence of low concentrations of LPS leads to development of an OVA-specific THl 

response. However, the same concentrations of LPS are not sufficient to prime for THl 

responses in the presence of IL-10 (175). Moreover, IL-10 can influence the magnitude 

of THl responses and protection induced by some vaccines. For instance, immunisation 

with Leishmania antigens together with CpG induces not only THl cells, but also IL-10- 

producing T cells. To overcome the suppressive effect of IL-10, three immunisations are 

required for protection against Leishmania infection. However, addition of anti-IL-lOR 

blocking antibodies at the time of immunisation enhanced the magnitude of THl 

responses to mediate protection after a single immunization (303).

It is known that alum is not an effective adjuvant for promoting THl and TH17 

responses, but the reasons for this are not well understood. It is hypothesised here that 

alum can induce immunoregulatory mechanisms, which actively block induction of 

cellular immune responses.

5.2.Aims

• To investigate the effects of alum on TLR-induced cytokines produced by 

dendritic cells.

• To assess the ability of alum to promote IL-10 production, and thereby, 

compromise cellular immune responses in vivo
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5.3.Results

5.3.1. Alum inhibits lL-12 production by dendritic cells

In order to determine the effect of alum on cytokine production by dendritic 

cells, LPS or CpG primed BMDCs were incubated with alum (0.5-200pg/ml). After 24h 

supernatants were analysed by ELISA for the THl and TH17 cell polarising cytokines; IL- 

12p70, IL-12p40, IL-ip, IL-23 and IL-6. As reported previously, alum alone did not induce 

cytokine secretion in non-primed DCs. Moreover, in agreement with previous studies, 

TLR ligand-primed DCs treated with increasing doses of alum secreted IL-ip. Both TLR 

agonists, LPS and CpG, induced significant production of IL-12p70 by dendritic cells. 

However, when LPS or CpG-primed DCs were treated with alum, IL-12p70 secretion was 

inhibited even by low concentrations of the adjuvant (2pg/ml). Similarly, alum inhibited 

IL-12p40, IL-6 and IL-23 secretion, but not to the same extent as IL-12p70 (Figure 5. 1).

Having demonstrated that alum selectively inhibits IL-12p70 secretion, the effect 

of alum on IL-12p35 and IL-12p40 expression was investigated. DCs were stimulated 

with LPS alone or in the presence of alum for 3, 6 and 12h. Expression of IL-12p35, IL- 

12p40 and P-actin was determined by real-time PCR. As was expected, LPS-induced IL- 

12p35 and IL-12p40 mRNA expression, as early as 3h after stimulation. However, only 

IL-12p35 expression was down-regulated by alum at each time point. IL-12p40 

expression was not significantly affected by addition of alum, which indicates that the 

inhibition of IL-12p35 is not a nonspecific effect (Figure 5. 2 A). Furthermore, to 

determine the optimal concentration of alum which decreases IL-12p35 expression, DCs 

were stimulated with LPS alone or in the presence of a range of alum concentrations. 

Cells were stimulated for 6 hours, which is an optimal time point to assess IL-12p35 

expression in LPS-stimulated BMDCs and IL-12p35 and P-actin mRNA levels were 

determined by real-time PCR. In accordance with results obtained by ELISA, alum 

inhibits IL-12p35 expression at a concentration as low as 20pg/ml (Figure 5. 2 B).

In order to evaluate whether IL-12p70 inhibition is restricted to alum 

(Alhydrogel), the particulate adjuvants, aluminium phosphate (Adju-Phos), Calcium 

Phosphate, 1pm Poly-D,L-lactide-co-glycolide (PLG), 430 nm Polystyrene particles (PS) 

and Chitosan and the alum-induced danger signal Monosodium Urate crystals (MSU) 

were analysed (Figure 5. 3 and 5. 4). DCs were stimulated with LPS alone or LPS with
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different concentrations of adjuvants or MSU. After 24h, supernatants were collected 

and analysed for cytokine production. Firstly, to ensure that the adjuvants and MSU 

crystals were acting as expected, their effect on IL-ip secretion was determined. 

Previous reports demonstrated that particulate adjuvants and MSU activate the NLRP3 

inflammasome and induce IL-ip secretion (238). As was expected, IL-ip was detected in 

all treatment groups. However, there were considerable differences in potency 

between adjuvants. Adju-Phos, Alhydrogel and PLG were more potent inducers of IL-ip 

compared to Calcium Phosphate or PS particles. The inhibition of IL-12p70 secretion 

was detected in the case of all adjuvants, expect chitosan. The most potent inhibitors of 

IL-12p70 were Adju-Phos, Alhydrogel and PLG, and the weakest Calcium Phosphate or 

PS particles. Remarkably, chitosan was the only adjuvant which induced IL-ip secretion, 

but did not inhibit IL-12p70.

5.3.2. Alum inhibits IL-12p70 secretion via PIS kinase induction

IL-12p70 secretion by DCs can be inhibited by several mechanisms including 

activation of PI3 kinase. TLR ligands including CpG can induce DCs to produce IL-12p70, 

however the engagement can simultaneously promote activation of PI3 kinase, which 

inhibits pro-inflammatory responses and acts as a negative regulator of TLR signalling 

(164). In order to determine the role of PI3 kinase in the inhibition of IL-12p70 by alum, 

DCs were pre-incubated with Wortmannin, a broad spectrum inhibitor of PI3 kinases, 

and then stimulated with LPS and alum (0.5-200|ig/ml). Inhibition of PI3 kinase 

promoted a significant reversal of IL-12p70 inhibition by alum, while LPS induced IL- 

12p70 was not increased by Wortmannin. Moreover, IL-12p40 inhibition was reversed 

by inhibition of PI3 kinase while IL-1(3 levels were decreased (Figure 5. 5 A). In addition, 

IL-12p35 and IL-12p40 expression was determined by real-time PCR. LPS-induced IL- 

12p35 was inhibited by alum and this effect was reversed by inhibiting PI3 kinases. LPS- 

induced IL-12p40 was not inhibited by alum. Moreover, Wortmannin enhanced LPS- 

induced IL-12p40 expression (Figure 5. 5 B).

PI3 kinases negatively regulate IL-12p70 production in DCs via two distinct 

pathways, by activation of mTOR, which induces IL-10 production leading to autocrine 

inhibition of IL-12p70 or by blocking the activity of GSK, which is an IL-12 inducer. 

Therefore, in order to assess whether alum-induced IL-12p70 inhibition is
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IL-10-dependent, wild-type and IL-lO-deficient DCs were stimulated with LPS alone or in 

the presence of alum (2-lOOpg/ml) or monosodium urate crystals (2-lOOpg/ml) and IL- 

12p70 production was determined in supernatants. As shown previously, when wild- 

type primed DCs were treated with alum, IL-12p70 secretion was inhibited. 

Interestingly, IL-12p70 inhibition was also observed in IL-10 deficient DCs (Figure 5. 6 A). 

Furthermore, monosodium urate crystals, which are not as potent inhibitor as alum, 

were also able to inhibit IL-12p70 in IL-lO-deficient DCs (Figure 5. 6 B). Overall, these 

results suggest an IL-10 independent mechanism of particle-induced IL-12p70 inhibition.

5.3.3. Alum induces IL-10 production in vitro and in vivo

IL-10 is the most potent known immunoregulatory cytokine and can regulate 

functions of many cells, including DCs. For instance, IL-10 is capable of inhibiting 

cytokine production and DC maturation. IL-12p70 inhibition induced by alum is 

IL-lO-independent; however, it remains unknown whether IL-10 production in vitro or in 

vivo would impact alum-induced immune responses.

The first question addressed was whether alum can induce or enhance IL-10 

production in vitro. DCs were stimulated with alum at concentrations from 

0.5-200pg/ml in the presence of the TLR ligands, LPS and Zymosan and IL-10 secretion 

was measured. Alum alone did not promote IL-10 production by DCs. Flowever, at 

a concentration of 50pg/ml alum enhanced LPS-induced IL-10 production, while 

Zymosan-induced IL-10 production was further increased by lower concentrations of 

alum (0.5-10pg/ml), (Figure 5. 7 A). Moreover, MSU crystals and Calcium Phosphate, 

promoted IL-10 secretion by primed DCs. Similarly to alum, the optimal concentrations 

of MSU and Calcium Phosphate, for promoting IL-10 secretion, were 50pg/ml (Figure 5. 

7B).

Having demonstrated that alum can enhance IL-10 secretion, the effect of alum 

on IL-10 mRNA expression was investigated. DCs were stimulated with LPS alone or in 

the presence of alum for 3, 6 and 12h. Expression of IL-10 and (3-actin was determined 

by real-time PCR. As was expected, LPS enhanced IL-10 mRNA expression, which was 

most marked at 6h after stimulation. IL-10 expression was further upregulated by alum 

at later time points. (Figure 5. 7 C). To determine the optimal concentration of alum to 

increase IL-10 mRNA expression, DCs were stimulated with LPS alone or in the presence
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of a range of alum concentrations. Cells were stimulated for 6 hours and IL-10 and (3- 

actin mRNA levels were determined by real-time PCR. In accordance with results 

obtained by ELISA, alum significantly enhanced IL-10 expression at a concentration of 

50pg/ml (Figure 5. 7 D)

Having established that alum can enhance IL-10 production in primed DCs, the 

next question addressed was whether alum can also augment IL-10 secretion in vivo. 

Wild-type mice were immunised intraperitoneally with PBS or alum. 24h, 3 and 7 days 

post injection, PerC were isolated and mediastinal lymph nodes and splenocytes were 

removed. Isolated cells were restimulated ex vivo with LPS, heat-killed E. coli or CpG or 

with anti-CD3 alone or together with PMA and IL-10 levels were measured in 

supernatants. Interestingly, peritoneal cells isolated from mice injected with PBS 

secreted high levels of IL-10 in response to all PRR agonists tested, whereas alum 

injection led to a reduced response. This effect was also observed in PerC restimulated 

with anti-CD3 alone or anti-CD3 with PMA, but it was less profound (Figure 5. 8 A). In 

contrast, injection of alum enhanced IL-10 secretion by mediastinal lymph node cells in 

response to HK E. coli and anti-CD3 with PMA. However, while restimulation with HK E. 

coli revealed significant IL-10 secretion 7 days post alum administration by mediastinal 

lymph nodes, restimulation with anti-CD3 and PMA showed that alum promoted IL-10 

as early as 24h post injection. Furthermore, this effect persisted for at least 7 days 

(Figure 5. 8 B). Strikingly, the enhancement of IL-10 secretion in response to anti-CD3 

and PMA was only observed in mediastinal lymph node cells, as splenocytes from alum- 

injected mice did not produce higher levels of IL-10 (Figure 5. 8 C).

Since one of the main producers of IL-10 are regulatory T cells, it was important 

to determine whether alum can promote regulatory T cell expansion. Wild-type mice 

were immunised intraperitoneally with PBS or alum. After 24h, 3 and 7 days, PerC were 

isolated and mediastinal lymph nodes and spleens were removed. Isolated cells were 

stained and analysed by flow cytometry. Cells were gated to exclude debris, doublet 

and dead cells, followed by gating for CD3^CD4'^ T cells. These cells were analysed for 

the presence of the nuclear transcription factor, FoxP3, which is the signature of 

regulatory T cells (Figure 5. 9 A). When the percentage of FoxP3^ CDA"^ T cells was 

compared between PBS and alum injected mice in the peritoneal cavity (Figure 5. 9 B), 

mediastinal lymph nodes (Figure 5. 9 C) and spleens (Figure 5. 9 D), there was no 

apparent expansion of regulatory T cells.
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5.3.4. Lack of IL-10 signalling does not compromise the innate 
immune response at the site of alum injection

As showed above, peritoneal cells have a great capacity to produce IL-10 when 

restimulated with LPS, HK E. coli or CpG and this property is lost after alum injection. On 

the other hand, alum promotes a rapid innate immune response at the site of injection, 

inducing the influx of inflammatory monocytes, eosinophils and neutrophils. In order to 

determine whether IL-10 plays a role in restricting innate response at the site of alum 

injection, wild-type and IL-lO-deficient mice were injected with PBS or alum and 24h 

later PerC were isolated and mediastinal lymph nodes removed. As expected, alum 

induced significant cell infiltration in wild-type mice at the site of injection. However, 

the lack of IL-10 only slightly increased the total PerC number (Figure 5. 10 A). To find 

out whether infiltration of different cell populations was skewed by IL-10 deficiency, 

PerC were analysed by flow cytometry. The injection of alum led to the complete 

depletion of mast cells and resident macrophages in both wild-type and IL-lO-deficient 

mice. Moreover, there was comparable infiltration of inflammatory monocytes, 

neutrophils and eosinophils into the site of alum injection (Figure 5. 10 B and C).

The effect of IL-10 deficiency on cytokine production by PerC or mediastinal 

lymph node cells was also investigated. Isolated cells were restimulated with anti-CD3 

to determine whether the lack of IL-10 would increase IFN-y or IL-17 production after 

alum injection. Alum administration increased IL-17 secretion in anti-CD3 restimulated 

PerC when compared to PBS injected mice, but this effect was not enhanced by IL-10- 

deficiency. Interestingly, the lack of IL-10 led to increased IFN-y production by PerC in 

PBS-injected mice, but there was no further enhancement in IFN-y secretion following 

alum administration. Additionally, there was no change in IL-5 production (Figure 5. 11 

A). Similar results were seen when mediastinal lymph node cells were restimulated with 

anti-CD3; there was no increase in cytokine production observed in IL-10mice (Figure 

5. 11 B).

5.3.5. IL-10 restricts the ability of alum to promote THl and TH17 
responses

In order to determine the effect of IL-10 on the capacity of alum to promote pro-

inflammatory T cell responses, wild-type and IL-lO-deficient mice were immunised with
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PBS, OVA alone or alum co-administered with OVA and sacrificed 7 days post 

immunisation. Spleens were removed and cells were isolated from the peritoneal cavity. 

Cells were restimulated with OVA ex vivo and supernatants were analysed for IFN-y and 

IL-17, which are characteristic of THl and TH17 cells, respectively. As expected, alum 

did not significantly enhance antigen-specific IFN-y and IL-17 responses in splenocytes 

or PerC from wild-type mice. However, in IL-lO-deficient mice immunised with alum 

there was a strong enhancement in antigen-specific IFN-y and IL-17 production by 

splenocytes compared to antigen alone (Figure 5. 12 B). Furthermore, in contrast to 

splenocytes, PerC isolated from IL-IO '" mice immunised with OVA alone produced IL-17 

and IFN-y, but IFN-y secretion was significantly enhanced in IL-IO'^’ mice immunised 

with alum co-administered with OVA when compared to wild-type mice immunised 

with the same treatment although this was not antigen-specific (Figure 5. 12 A).

To determine the responsiveness of leukocytes from immunised wild-type and 

IL-lO-deficient mice to a non-specific T cell stimulus, cells were stimulated with 

anti-CD3. Firstly, it was observed that there was an enhancement of IFN-y and IL-17 

production by splenocytes and PerC from IL-10^" mice immunised with OVA alone 

compared to wild-type cells when restimulated with anti-CD3 (Figure 5. 13 A and B). 

Furthermore, following anti-CD3 stimulation there was no significant difference in 

pro-inflammatory cytokine levels between splenocytes or PerC from IL-lO-deficient 

mice immunised with OVA alone and alum with OVA (Figure 5. 13 A and B).

To evaluate the effect of IL-10 on antibody responses after alum immunisation, 

sera were isolated from wild-type and IL-IO'^ mice immunised with PBS, OVA alone or 

alum co-administered with OVA 7 days post immunisation. Firstly, antigen-specific IgGl 

titres were measured in serum. Immunisation of wild-type and ILIO'^' mice with OVA 

and alum resulted in an increase of OVA-specific IgGl in comparison to OVA alone. 

However, there were no significant differences in antigen-specific IgGl between WT 

and IL-10^ mice immunised with OVA and alum. Assays for antigen-specific lgG2b and 

lgG2c antibodies titres were also carried out, but these subclasses were barely 

detectable (Figure 5. 14).

Results from this adjuvant experiment performed on IL-10'^‘ mice suggested that

in the absence of IL-10, alum can promote the generation of THl and TH17 responses.

However, antigen-specific antibody responses were low as mice were immunised for

only 7 days. Therefore, another in vivo study, which included a booster immunisation,
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was performed. Additionally, to minimise the effect of any possible endotoxin 

contamination, instead of OVA, which was cleaned from potential IPS contamination in 

our laboratory, commercially available clinical grade LPS-free human serum albumin 

(HSA) was used as the antigen.

Wild-type and IL-lO-deficient mice were immunised with PBS, HSA alone or alum 

co-administered with HSA and after 14 days mice were boosted in an identical manner. 

After 7 days, spleens were removed and cells were isolated from the peritoneal cavity. 

Cells were restimulated ex vivo with HSA and supernatants were analysed for the 

presence of IFN-y and IL-17. As expected, alum did not induce antigen-specific THl and 

TH17 cells in wild-type mice. However, in agreement with the in vivo study described 

above, vaccination with HSA and alum enhanced IFN-y production by peritoneal cells 

and splenocytes. However, there was no detectable antigen-specific IL-17 secretion 

(Figure 5. 15 A and B). Furthermore, to determine the responsiveness of splenocytes to 

nonspecific stimuli, cells were stimulated with anti-CD3. Firstly, it was observed that 

there was an enhancement of IFN-y production by splenocytes and PerC from IL-10'^ 

mice immunised with PBS alone compared to wild-type cells when restimulated with 

anti-CD3. This effect was not observed for IL-17 secretion (Figure 5. 16 A and B). 

Furthermore, following anti-CD3 stimulation there was no significant difference in pro- 

inflammatory cytokine levels between splenocytes and PerC from IL-lO-deficient mice 

immunised with HSA alone or alum with HSA (Figure 5. 16 A and B).

To evaluate the effect of IL-10 on antibody responses after alum immunisation, 

sera were isolated from wild-type and IL-IO'^ mice immunised with PBS, HSA alone or 

alum co-administered with HSA 7 days post booster immunisation. As expected, 

immunisation of wild-type and IL-IO'^ mice with HSA and alum resulted in an increase 

of HSA-specific IgGl in comparison to HSA alone. However, there were no significant 

differences between wild-type and IL-IO'^' mice. Alum induced low titres of 

antigen-specific lgG2b and lgG2c In wild-type mice and their levels were not enhanced 

by the lack of IL-10 signalling (Figure 5. 17).
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5.4.Discussion

The principal adjuvant used in human vaccination is alum, which promotes 

strong humoral responses, but is a poor inducer of cell-mediated immunity (304). The 

mechanisms underlying this selective immunomodulatory effect of alum are not fully 

understood. One of the possible explanations is the activation of immune regulatory 

pathways by the adjuvant. However, to date, the induction of anti-inflammatory effects 

by alum have not been widely investigated. Furthermore, to overcome the limitations of 

alum, combinational adjuvants have been developed, which aim to elicit stronger 

cellular immune responses than alum alone. For instance, combinations of alum with 

the TLR ligands, MPLA (203, 257) or CpG (231) were studied. However, there are studies 

which show some limitations of this approach. For instance, there is conflicting data 

regarding whether alum co-administered with MPL can provide better protection 

against influenza when compared to mice immunised with alum or MPL alone. The 

same research group demonstrated firstly that alum with MPL induced better 

protection against influenza that alum alone (257), but their second study showed that 

alum alone can provide better protection against influenza than alum co-administrated 

with MPL (256). Furthermore, it has been demonstrated that the addition of CpG did 

not improve alum induced adaptive immune responses measured in terms of antigen- 

specific antibodies. Interestingly, CpG alone induced higher levels of antigen-specific 

lgG2c than alum alone or alum with CpG, which might suggest that alum is somehov/ 

inhibiting CpG-mediated THl responses (231). Overall, there is considerable doubt that 

the addition of TLR ligands to alum result in enhanced protective immune responses. 

Therefore, it will be interesting to monitor the efficacy of HPV vaccine, which can be 

composed of alum alone (Gardasil) or alum with MPL (Cervarix) and see whether there 

is a difference in protection again cervical cancer in differently vaccinated women.

This study aimed to investigate the immunosuppressive effect of alum on 

immune responses. Firstly, the ability of alum to modulate TLR agonist-induced cytokine 

production in vitro was determined. In agreement with previous reports (236, 238), 

alum enhanced IL-1(3 production in LPS or CpG primed DCs. However, in contrast to IL- 

ip, alum inhibited secretion of the pro-inflammatory cytokines, IL-12, IL-23 and IL-6 

with a particularly striking effect on IL-12p70 inhibition. Furthermore, IL-12p70 

inhibition was not restricted to alum, as other particulate adjuvants and the dange'
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signal MSU also down-regulated TLR ligand-induced IL-12p70 secretion. IL-12p70, which 

is the bioactive form of IL-12, is composed of two subunits, IL-12p40 and IL-12p35. 

Expression of these subunits is differentially regulated; while IL-12p40 is expressed 

abundantly by immune cells, expression of IL-12p35 is tightly regulated, which prevents 

excessive THl responses (156). Interestingly, alum only inhibited IL-12p35, but not IL- 

12p40 expression, suggesting that alum may have a selective inhibitory effect on THl 

responses. IL-12 secretion can be down-regulated by phosphoinositide 3-kinases (PI3Ks) 

as PI3K-deficiency leads to excessive production of IL-12 by dendritic cells stimulated 

with TLR ligands (164). Moreover, it has been demonstrated that alum stimulates PI3 

kinase activation in dendritic cells (232). Thus, whether alum inhibits IL-12p70 

production via PI3 kinases was investigated by using the PI3K inhibitor, Wortmannin. 

DCs pre-incubated with Wortmannin and stimulated with LPS in the presence of alum 

expressed more IL-12p35 and produced more IL-12p70 than DCs which were not 

treated with the inhibitor. It has been reported that PI3 kinases can inhibit IL-12p70 

production by upregulation of IL-10 secretion (165). However, alum inhibited IL-12 

production in LPS-primed IL-lO-deficient DCs, which suggests another pathway. It is 

possible that treatment of cells with alum promotes PI3 kinase-mediated GSK3 

inhibition which leads to IL-lO-independent IL-12 suppression. Furthermore, a recent 

paper demonstrated that alum-induced antigen-specific CD8^ T cells express the 

inhibitory receptor PD-1. Interestingly, PI3 kinase activation in antigen-presenting cells 

leads to PD-Ll expression in HIV-infected DCs (305). It has been also demonstrated that 

PD-Ll-PD-1 interaction is crucial in T cell exhaustion driven by HIV virus and that HIV- 

specific T cells upregulate PD-1 (306). Therefore, there may be a link between alum- 

induced PI3 kinase induction and expression of PD-1 on the surface of antigen-specific 

CD8+ T cells in alum-immunised mice.

PI3 kinase activation does not only regulate IL-12 expression, but is also involved

in the induction of IL-10. Together, PI3 kinase-mediated down-regulation of IL-12 and

upregulation of IL-10 secretion can inhibit cellular immune responses. Interestingly,

alum not only inhibited IL-12p70 production, but also increased the level of IL-10

secretion in DCs. Strikingly, MSU crystals and another adjuvant Calcium Phosphate

significantly enhanced IL-10 secretion, which suggests a general mechanism of IL-10

induction by particulates. Interestingly, the ability of alum to enhance IL-10 secretion in

vitro has been reported before (307), but the mechanism underlying this effect is still
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unknown. It will be interesting to determine whether alum-driven IL-10 production is 

dependent on PI3 kinase signalling or other pathways.

Interestingly, alum-induced IL-10 secretion was also observed ex vivo. However, 

at the injection site alum did not enhance IL-10 secretion. Resident peritoneal cells were 

able to secrete high levels of IL-10 in unimmunised (data not shown) and PBS-injected 

mice but this was not seen in mice injected with alum. However, in these mice injection 

of alum primed mediastinal lymph node cells for enhanced IL-10 secretion. This was a 

selective effect, because there was no significant change in IL-10 production by 

splenocytes. Overall, these in vitro and ex vivo experiments suggest that alum enhances 

IL-10 production, which may in turn mediate regulatory effects during vaccination. 

Interestingly, one of the most significant producers of IL-10 are regulatory! cells, which 

are involved in restricting inflammation. However, regulatory! cells do not seem to play 

a role in limiting alum-induced immune response, as alum does not promote their 

expansion at the site of injection, in the draining lymph nodes or spleens. IL-10 can be 

produced by various cells from both the innate and adaptive immune system and it will 

be crucial to determine which cell type is responsible for IL-10 secretion in response to 

the injection of alum.

IL-10 can maintain the balance between tolerance and immunity and can limit 

both innate and adaptive immune responses. However, alum-induced inflammation at 

the site of injection is not restricted by IL-10. There is comparable infiltration of 

inflammatory cells into the peritoneal cavity, which suggests that IL-lO-producing 

resident peritoneal cells do not have an impact on the innate immune response at the 

site of alum injection. However, it is possible that the lack of IL-10 might have an impact 

on DC-T cell interaction and polarisation of immune responses.

To investigate whether IL-10 is responsible for the limited ability of alum to 

promote THl and TH17 responses, both wild type and IL-10'^' mice were immunised 

with alum. As was expected, immunisation with OVA and alum did not result in 

significant antigen-specific IFN-y or IL-17 production in wild type mice. However, 

deficiency in IL-10 led to spontaneous and antigen-specific secretion of IFN-y by PerC 

and splenocytes in mice immunised with alum and OVA. Furthermore, following a 

booster immunisation with antigen and alum, the lack of IL-10 resulted in 

antigen-specific production of IFN-y but not IL-17. Interestingly, despite the fact that IL-
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10 compromises alum-induced THl responses there was no significant change in 

antigen-specific IgGl antibody production in IL-10 ^‘mice.

Overall, the data presented indicate that IL-10 exerts immunosuppressive effects 

during alum immunisation. In particular, the results suggest that alum-driven IL-10 can 

block THl responses.
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Figure 5. 1. Alum modulates pro-inflammatory cytokine production by dendritic 
cells, DC from C57BL/6 mice were stimulated with (A) LPS (5ng/ml) or (B) CpG 
(4pg/ml) alone or with Alhydrogel (Alum) at concentrations from 0.5-200pg/ml. 
Concentrations of IL-12p70, IL-12p40, IL-lp, IL-23 and IL-6 were determined in 24h 
supernatants by ELISA. Adjuvant + LPS v LPS, *p<0.05, **p<0.01, ***p<0.001. Results 
are representative of three independent experiments. Error bars show means ± SD for 
each experimental group tested individually in triplicate.

158



r

»>r.?-'-' jKv-!-. ■■ -. ^ .•'SL

^ii

'.■2^4 Sqiiwf-i ^4’/?,
14 ;v,;^ :._ •■„' ''4'en\^P<)S^-4 nk^iX ,

|,4* v .'•.
B|%4'

me:.

■ ftt',

I ¥. ‘t^ , ■■■'̂ ' i' ' 4



B.

1500
U) ^
M « 1000H
CM ^

^ -D 500'

I —^—
+ LPS

Figure 5. 2. Alum selectively inhibits IL-12p35 expression. (A) DC from C57BL/6 mice 
were incubated with LPS (5ng/ml) alone or together with alum (40pg/ml). The 
expression of IL-12p35 and IL-12p40 was determined in cells after 3, 6 and 12h by real 
time PCR. Alum + LPS v LPS only, ** p<0.01 *** p<0.001. (B) DC were incubated with 
LPS (5ng/ml) alone or LPS with Alhydrogel (Alum) at concentrations from 5-lOOpg/ml. 
The expression of IL-12p35 was determined in cells after 6h by real time PCR. Alum 
+ LPS V LPS only **p<0.01 All results are representative of three independent 
experiments. Error bars show means ± SD for each experimental group tested 
individually in triplicate.
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Figure 5. 3. Aluminium-related adjuvants and the endogenous danger signal uric acid 
inhibit IL-12 production by dendritic cells. DC from C57BL/6 mice were stimulated 
with LPS (5ng/ml) alone or together with Alhydrogel (0.5-40ng/ml), Adju-Phos (0.5- 
40pg/ml), Calcium Phosphate adjuvant (0.2-20pg/ml) or MSU crystals (2-200ng/ml). 
Concentrations of IL-12p70 and IL-ip were determined in 24h supernatants by ELISA. 
Adjuvant -i- LPS v LPS, *p<0.05, **p<0.01, ***p<0.001. Results are representative of 
three independent experiments. Error bars show means ± SD for each experimental 
group tested individually in triplicate.
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Figure 5. 4. Particulate adjuvants with the exception of chitosan inhibit IL-12 
production by dendritic cells. DC from C57BL/6 mice were stimulated with LPS 
(5ng/ml) alone or together with PLG (8-lOOOpg/ml), PS (8-1000|ig/ml) or chitosan (20- 
2000ng/ml). Concentrations of IL-12p70 and IL-ip were determined in 24h 
supernatants by ELISA. Adjuvant + LPS v LPS, *p<0.05, **p<0.01, ***p<0.001. Results 
are representative of three independent experiments. Error bars show means ± SD for 
each experimental group tested individually in triplicate.
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Figure 5. 5. The inhibition of IL-12 by alum is reversed by inhibiting PI3 kinase. (A) 
DC from C57BL/6 mice were incubated with medium, LPS (5ng/ml) alone or LPS with 
Alhydrogel at concentrations from 0.32-200p.g/ml. In addition, cells were treated as 
above in the presence of the PIS kinase inhibitor, Wortmannin (5|j.M). Supernatants 
were collected after 24h and IL-12p70, IL-12p40 and IL-ip concentrations were 
determined by ELISA. (B) DC were incubated with alum (8p.g/ml), LPS (lOng/ml) or 
alum with LPS in the presence or absence of Wortmannin. IL-12p35 and IL-12p40 
mRNA expression was determined 6h after treatment by real time PCR. Wortmannin 
+ Alum + LPS V Alum + LPS, **p<0.01, ***p<0.001. Wortmannin + LPS v LPS alone 
^**V<0-001. Results are representative of three independent experiments. Error bars 
show means ± SD for each experimental group tested individually in triplicate.
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Figure 5. 6. The inhibition of IL-12p70 by alum and monosodium urate crystals is not 
IL-lO-dependent. DC from C57BL/6 and IL-lO-deficient mice were incubated with 
medium, LPS (5ng/ml) alone or LPS with Alhydrogel or MSU crystals at concentrations 
from 2-lOO^g/ml. Supernatants were collected after 24h and IL-12p70 concentrations 
were determined by ELISA. Results are representative of two independent 
experiments. Error bars show means ± SD for each experimental group tested 
individually in triplicate.
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Figure 5. 7. Alum, Calcium Phosphate and monosodium urate crystals promote IL-10 
production by dendritic cells. (A) DC from C57BL/6 mice were stimulated with LPS 
(5ng/ml) or Zymosan (l)ig/ml) alone or together with Alhydrogel (0.5-50pg/ml) or (B) 
they were stimulated with LPS (5ng/ml) alone or together with Calcium Phosphate 
adjuvant (0.5-50pg/ml) or monosodium urate crystals (0.5-50pg/ml). Concentrations 
of IL-10 were determined in 24h supernatants by ELISA. (C) DC were incubated with 
LPS (5ng/ml) alone or together with alum (20pg/ml). The expression of IL-10 mRNA 
was determined in cells after 3, 6 and 12h by real time PCR. (D) DC were incubated 
with LPS (lOng/ml) alone or with alum at concentrations from 5-50pg/ml. The 
expression of IL-10 mRNA was determined in cells after 6h by real time PCR. Alum + 
LPS V LPS only *p<0.05, **p<0.01, ***p<0.001. All results are representative of two 
independent experiments. Error bars show means ± SD for each experimental group 
tested individually in triplicate.
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Figure 5. 8. Injection of alum primes draining lymph node cells to secrete IL-10. 
C57BL/6 mice were injected with PBS only or alum (Img/mouse) intraperitoneally. 
Mice were sacrificed at 24 hours, 1, 3 and 7 days following injection. PerC, 
mediastinal lymph nodes and spleens were isolated. Isolated cells were stimulated 
with medium, IPS (Ipg/ml), heat-killed E. coli (MOI 1:10) or CpG (5pg/ml) for 24h or 
anti-CD3 (200ng/ml) alone or anti-CD3 with PMA (25ng/ml) for 3 days. Supernatants 
were collected and analysed for IL-10 by ELISA. PBS v alum (24h, 1 day, 3 days or 7 
days) ** p<0.01 ***p<0.001. Results are representative of two independent 
experiments. Error bars show means ± SEM for 3-4 mice per experimental group 
tested in triplicate.
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Figure 5. 9. Alum does not promote expansion of FoxP3^ regulatory T cells. C57BL/6 

mice were injected with PBS or alum (Img/mouse) intraperitoneally. Mice were 
sacrificed 24 hours, 3 days or 7 days following injection. The peritoneal cavity was 
washed with PBS and mediastinal lymph nodes and splenocytes were removed. 
Isolated PerC, mediastinal lymph node cells and splenocytes were stained and 
analysed by flow cytometry for the presence of FoxP3^ T cells. (A) Gating strategy. 
FoxP3'^CD4^T cells in the peritoneum (B), mediastinal lymph nodes (C) and spleen (D). 

Results are representative of two independent experiments with for 3-4 mice per 
experimental group.
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Figure 5.10. IL-10 does not compromise induction of innate immune response at the 
site of alum injection. Mice (C57BL/6 and IL-10 ^ ) were injected intraperitoneally with 

PBS or alum (Img/mouse) intraperitoneally. Mice were sacrificed 24 hours following 
injection and the peritoneal cavity was washed with PBS. Isolated PerC were counted 
(A) stained and analysed by flow cytometry for the presence of (B) macrophages, 
neutrophils, (C) eosinophils and mast cells. Results are representative of two 
independent experiments. Error bars show means ± SEM for 3-4 mice per 

experimental group.

167





A.

5000 
=■ 4000- 
g 3000 
^ 2000- 

^ 1000 

0 1 jj
<r ^ .

^ N'’ K<i

1000
f 800
g 600
=r- 400 z
!5 200

0i ni

^ rS'

300

-E 200

■9 100

□ Medium 
■ anti-CD3

IIL
^ A

B.

1500

I, 1000-
a

T 500- 

0
u
-V

200 
f 150
O)
— 100?-
£ 50

0 ifiLk
.N'* k'S

250
=■ 200 
E
g 150 
^ 100 
- 50

0

u
.9^^ VS"'

•y

Figure 5. 11. IL-10 deficiency does not modulate alum-induced cytokine production 
at the site of injection or in the draining lymph nodes. Mice (C57BL/6 and IL-10 ^) 

were injected intraperitoneally with PBS or alum (Img/mouse). Mice were sacrificed 
24 hours following injection, the peritoneal cavity was washed with PBS and 
mediastinal lymph nodes were removed. Isolated cells were stimulated with medium 
or anti-CD3 (200pg/ml) for 72h. Collected supernatants were analysed for cytokine 
production by ELISA. (A) PerC. (B) Mediastinal lymph nodes. Results are representative 
of two experiments. Error bars show means ± SEM for 3-4 mice per experimental 
group tested in triplicate.
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Figure 5. 12. In the absence of IL-10, alum promotes OVA-specific splenic THl and 
TH17 responses. Mice (C57BL/6 and IL-10^) were immunised intraperitoneally with 

PBS, OVA alone or OVA in combination with alum. After 7 days, mice were sacrificed 
and spleens and PerC were removed. Isolated cells were stimulated with OVA (10, 50 
and 250 pg/ml). After 3 days, supernatants were collected and analysed for IFN-y and 
IL-17 by ELISA. (A) PerC. (B) Spleens, Wild-type OVA or Alum -i- OVA (Medium, OVA 10, 
50, 250pg/ml) V IL-IO'^' OVA or Alum -r OVA (Medium, OVA 10, 50, 250pg/ml) 

**p<0.01, ***p<0.001 Results represent one experiment. Error bars show means ± 
SEM for 5 mice per experimental group.
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Figure 5. 13. In the absence of IL-10, cells from peritoneal cavity and spleens are 
primed to secrete higher levels of IFIM-y and IL-17 in response to anti-CD3. Mice 
(C57BL/6 and IL-10'^') were immunised intraperitoneally with PBS, OVA alone or OVA 
in combination with alum. After 7 days, mice were sacrificed and PerC and spleens 
were removed. Isolated cells were stimulated with medium or anti-CD3 (0.2 pg/ml). 
After 3 days, supernatants were removed and analysed for IFN-y and IL-17 by ELISA. 
(A) PerC. (B) Spleens, Wild-type OVA or Alum + OVA (Medium, anti-CD3) v IL-10 OVA 
or Alum + OVA (Medium, anti-CD3) ***p<0.001 Results represent one experiment. 
Error bars show means ± SEM for 5 mice per experimental group.
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Figure 5. 14. IL-10 does not inhibit antibody production induced during alum 
immunisation. Mice (C57BL/6 and IL-IO '^') were immunised intraperitoneally with PBS, 

OVA alone or OVA in combination with alum. After 7 days blood was collected. Blood 
samples were centrifuged and serum was removed. The serum samples were analysed 
for IgGl, lgG2b and lgG2c by ELISA. Antibody responses are expressed as end point 
titres calculated by regression of a curve of OD values versus reciprocal serum levels 
to a cut-off point of 2 standard deviations above sera from PBS injected mice. Results 
represent one experiment. Error bars show means ± SEM for 5 mice per experimental 
group.
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Fig 5. 15. In the absence of IL-10, alum promotes antigen-specific splenic THl 
responses. Mice (C57BL/6 and IL-10’^') were immunised intraperitoneally with PBS, 
HSA alone or HSA in combination with alum. After 14 days mice were boosted with the 
same treatments. Mice were sacrificed 7 days post boost and spleens and PerC were 
removed. Isolated cells were stimulated with HSA (20, 100 and 500 pg/ml). After 3 
days, supernatants were collected and analysed for IFN-y and IL-17 by ELISA. (A) PerC. 
(B) Spleens. Results are representative of two experiments. Error bars show means ± 
SEM for 5 mice per experimental group.
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Figure 5. 16. In the absence of IL-10, PerC and splenocytes from alum-injected mice 
are not primed to secrete increased levels of IFN-y and IL-17 in response to anti-CD3.
Mice (C57BL/6 and IL-10'^') were immunised intraperitoneally with PBS, HSA alone or 
HSA in combination with alum. After 14 days, mice were boosted with the same 
treatments. Mice were sacrificed 7 days post boost and spleens and PerC were 
removed. Isolated cells were stimulated with medium or anti-CD3 (0.2 pg/ml). After 3 
days, supernatants were removed and analysed for IFN-y and IL-17 by ELISA. (A) PerC. 
(B) Spleens. Results are representative of two experiments. Error bars show means ± 
SEM for 5 mice per experimental group.
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Figure 5. 17. IL-10 does not regulate alum-driven IgG responses. Mice (C57BL/6 and 
IL-IO '^) were immunised intraperitoneally with PBS, HSA alone or HSA in combination 
with alum. After 14 days, mice were boosted with the same treatments and 7 days 
post boost mice were sacrificed and blood was collected. Blood samples were 
centrifuged and serum was removed. The serum samples were analysed for IgGl, 
lgG2b and lgG2c by ELISA. Antibody responses are expressed as end point titres 
calculated by regression of a curve of OD values versus reciprocal serum levels to a 
cut-off point of 2 standard deviations above sera from PBS injected mice. Results are 
representative of two experiments. Error bars show means ± SEM for 5 mice per 
experimental group.
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CHAPTER 6

GENERAL DISCUSSION





6. General discussion

The history of adjuvants started in the 1920s when it was demonstrated that 

the co-administration of various foreign materials could enhance antitoxin responses 

to tetanus or diphtheria toxoids. For instance, in 1925, Ramon used some quite bizarre 

materials, such as agar, saponins, starch oil or breadcrumbs and observed improved 

antitoxin responses (196). In 1926, Glenny demonstrated that tetanus toxoid 

precipitated with potassium aluminium sulfate induced stronger antibody responses 

than toxoid alone (219). This empiric discovery led to the development of aluminium 

adjuvants which have been applied in many vaccine formulations where neutralising 

antibodies are required for protection (198). However at that time and for many 

subsequent years, there was little knowledge available about vaccine immunology and 

the mechanisms which underlie protective immunity against infections. Therefore, it is 

not surprising that in 1989 Charles Janeway called aluminium adjuvants 

"immunologist's dirty little secret" (308), as alum was successfully used in human 

vaccination, but the mechanism of its action was poorly understood. Currently, there 

is increasing interest and knowledge about alum-induced immunity, but it is still not 

fully understood how it provides protection. Aluminium adjuvants drive a potent 

humoral immune response and are widely used in vaccines including those against 

tetanus, pertussis, diphtheria, HBV and Haemophilus influenzae type b. However, alum 

is a poor inducer of cellular immune responses and therefore, it is unsuitable for 

vaccines against intracellular pathogens, such as Mycobacterium tuberculosis or HIV.

Alum forms a depot at the site of injection (219, 229) and it was thought that 

this depot was essential to drive sustained adaptive immune responses by facilitating 

slow release of the antigen. However, it is acknowledged now that the adjuvanticity of 

alum is more complex. The induction of adaptive immunity depends qualitatively and 

quantitatively on the early innate immune responses triggered by vaccines. In recent 

years there have been many interesting reports describing early events following alum 

injection. It has been demonstrated that alum induces cell death at the site of 

injection and this leads to the release of the damage-associated molecular patterns, 

uric acid and host DNA (237, 250). Furthermore, alum recognition promotes 

chemokine and cytokine release at the site of injection, which induces cell
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recruitment, including neutrophils, inflammatory monocytes, eosinophils and Gr-1^ 

IL-4-producing cells (237, 241, 249). However, it still remains unknown which cells are 

the "sensors" of alum. It has been demonstrated that resident macrophages and mast 

cells can sense alum after intraperitoneal injection and promote innate immune 

responses, but their depletion does not abrogate alum adjuvanticity (241). As alum is 

recognised by dendritic cells in a receptor-independent manner (232), it is therefore 

possible that any cell can sense alum by this mechanism and drive immune responses.

The major part of this thesis was dedicated to understanding the mechanism of 

alum-induced cell death and how it can drive innate responses. It has also been 

hypothesised that alum can potently induce immunoregulatory mechanisms, which 

might inhibit cellular immunity during vaccination.

Importantly, this study confirmed that alum is a potent inducer of cell death. 

Alum promotes cell death in all types of cells tested, dendritic cells, macrophages and 

the muscle cell line C2C12. The mechanism of alum-induced cell death was studied in 

detail in dendritic cells, as these cells are responsible for inducing adaptive immune 

responses. Interestingly, alum does not promote either non-inflammatory, apoptosis 

or inflammatory pyroptosis or pyronecrosis. However, it potently induces a form of 

necrosis, which can be inhibited by the autophagy inhibitor, 3-methyladenine. While 

this is not sufficient proof that alum promotes autophagic cell death (289), it is 

an interesting concept worth further detailed studies. It has been demonstrated 

before that alum induces lysosome disruption (240, 285), thus, it seems likely that 

dendritic cells overloaded with alum will try to eliminate it from the cytoplasm by 

autophagy. The excessive amount of alum particles inside the cell might result in 

massive autophagosome formation and subsequent cell death. However, this has to 

be confirmed experimentally. Furthermore, alum is not only toxic in vitro, but also 

induces quick and massive cell death in the peritoneal cavity following injection. The 

mechanism of alum-induced cell death in vivo has not been studied, but the 

incorporation of PI and Aqua LIVE/DEAD stain by peritoneal cells demonstrate that 

they lose their cell integrity, suggesting necrosis. It remains unknown whether it can 

be inhibited by autophagy inhibitor 3-MA similarly to the in vitro findings.

Interestingly, host DNA release has been attributed to alum-driven cell death 

at the site of injection (250). However, this study demonstrates that cell death occurs
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shortly after alum injection, while DNA accumulates later and reaches significant levels 

around 24h post injection. This DNA accumulation correlates with neutrophil and 

inflammatory monocyte recruitment rather than cell death. It seems likely that it is 

an active process, for instance, the result of the release of extracellular traps (ETs) by 

recruited cells. Indeed it has been demonstrated that after alum injection, CDllb^ 

cells, release ETs (229). Furthermore, this study established that mice deficient in 

IL-IRI or caspase-1/11 exhibit lower extracellular DNA content in the peritoneal cavity 

after alum injection, which might correlate with lower numbers of infiltrating 

neutrophils and inflammatory monocytes in these mice. Interestingly, the DNA 

concentrations are significantly reduced, but not abrogated, which suggests that cells 

other than neutrophils and monocytes can also release DNA.

A major finding from this work is that alum induces IL-33 release at the site of 

injection. IL-33 is nuclear protein which has been suggested to be released during 

necrosis (138). Indeed, this study shows that IL-33 release coincides closely with 

alum-induced cell death, suggesting passive release rather than secretion. 

Interestingly, IL-33 drives eosinophil recruitment and the accumulation of 

IL-4-producing cells in the peritoneal cavity. Importantly, it has been proposed that 

these cells are responsible for suppressing THl-related immune responses during 

alum immunisation, including antigen-specific lgG2c antibody production (249). 

Therefore, this study establishes a new alum-driven DAMP, IL-33, which is crucial in 

polarising immune responses.

Apart from IL-33, alum promotes the release of many other chemokines and 

cytokines, including IL-1(3. It has been demonstrated that IL-1 is responsible for the 

neutrophil influx after alum injection, but the specific contributions of IL-la and IL-ip 

has not been explored (240). Here, it is demonstrated that both IL-la and IL-ip are 

responsible for accumulation of neutrophils after alum injection. Interestingly, IL-la 

cannot be detected at the site of alum injection. It might be the case that it is quickly 

sequestered by IL-lRI-expressing cells following its release. Furthermore, IL-ip 

processing seems to be differently regulated in vitro and in vivo. In vitro, IL-ip 

secretion is dependent on NLRP3 inflammasome formation, whereas its release is 

intact following alum injection in mice deficient in the inflammasome components 

NLRP3, ASC and caspase-1. Importantly, the current results suggest that the IL-ip
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secreted in vivo is fully bioactive, as alum-induced IL-ip contributes to neutrophil 

infiltration. Overall, this suggests a role for alternative pathways for IL-ip processing 

and release. Interestingly, the data in Chapter 3 indicates that caspase-1 or caspase-11 

independently of IL-1 is responsible for inflammatory monocyte recruitment into the 

site of alum injection.

Overall, this report proposes three distinct pathways which control cell 

recruitment to the injection site following alum injection. Importantly, it will be crucial 

to study whether IL-1, IL-33 or caspase-1/11 also mediate cell influx into the draining 

lymph nodes, especially inflammatory monocytes and dendritic cells, which have been 

shown to have a crucial impact on shaping adaptive immune responses to alum (237).

Dendritic cells are the key player in the adaptive immune responses, because 

they polarise naive T cells into specific effector T subsets. It has been demonstrated 

before that dendritic cells recognise alum by receptor-independent sensing and alum 

promotes lipid raft formation, which induces PI3 kinase-Syk signalling pathways (232). 

Interestingly, while it has been suggested that alum can be sensed but is not 

phagocytosed by DCs (232), here it has been demonstrated that dendritic cells can in 

fact efficiently phagocytose alum. However, it seems likely that PI3 kinase activation 

occurs during alum recognition, at it is demonstrated in this study that alum inhibits 

IL-12p70 production by dendritic cells via PI3 kinase. Furthermore, the current study 

shows that in parallel with a profound acute inflammatory responses, alum exerts 

anti-inflammatory properties, promoting IL-10 secretion by dendritic cells and also by 

unknown cellular sources after immunisation. These results indicate that alum can 

potently inhibit pro-inflammatory responses during dendritic cell priming and induce 

anti-inflammatory responses after immunisation.

The ultimate question asked during this study was whether components of the 

alum-driven innate immune responses described in this thesis would have any impact 

on adaptive immunity. It seems likely that some effects at the site of injection might 

be dispensable for alum-driven adaptive immune responses. For instance, the lack of 

IL-1 does not impair antigen-specific IgGl or IgE antibody production, but it decreased 

neutrophil infiltration and DNA concentration at the site of alum injection. On the 

other hand, this study demonstrates that lack of the IL-33 receptor ST2 had 

a profound effect on the IgG antibody switch. While the level of antigen-specific IgGl
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was not changed, there was an increase in the titres of antigen-specific lgG2b and 

lgG2c. This effect correlates with the reduced number of IL-4 producing cells, including 

eosinophils, at the alum injection site. Furthermore, it has been established that 

peritoneal cells and splenocytes isolated from alum-injected, IL-lO-deficient mice 

secrete increased antigen-specific IFN-y. This indicates that alum-induced IL-10 in vivo 

might block pro-inflammatory adaptive immune responses. While the data obtained 

with model antigens, either human or chicken albumin, is very informative, it would 

be interesting to study adaptive immunity using alum co-administered with relevant 

pathogen-derived candidate vaccine antigens and assess protective immunity in 

a model when cellular responses are essential.

Alum induces humoral, type 2 immune responses, which partly resemble 

immune responses towards helminth parasite infection. Is it therefore possible that 

alum is sensed in a comparable manner to these parasites? It has been proposed that 

infection with helminth parasites and other metazoan parasites led to the evolution of 

type 2 immune responses (309) and specifically that they evolved from existing wound 

healing mechanisms to deal with parasite infections (310). It is fascinating to consider 

that alum might also trigger mechanisms similar to wound repair.

Alum and helminth parasite recognition and subsequent innate responses have 

common features. Parasites induce physical damage during entrance and migration 

through the body of the host (309). Moreover, it has been demonstrated that some 

helminths induce IL-33 release which is important for worm expulsion (144, 283, 284, 

294). It has been also observed that Schistosoma mansoni eggs also induce the 

appearance of IL-4 producing cells (249). While alum is an inert material, it induces 

massive cell death at the site of injection, which leads to lL-33 release. Alum also 

strongly promotes eosinophil and IL-4-producing cell infiltration into the site of 

injection. Furthermore, wound healing also depends on IL-4 and eosinophils. 

Eosinophils can mediate tissue remodelling, myofibroblast differentiation and overall 

wound healing (311). Furthermore, it has been demonstrated that IL-4 producing 

eosinophils are crucial in tissue healing. For instance, in toxin-induced muscle or liver 

damage, IL-4 produced by eosinophils is critical for tissue regeneration (312, 313). 

Overall, it seems likely that while parasites and alum can be recognised differently.
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they may induce similar type 2 immune responses which are crucial for maintaining 

tissue homeostasis.

Furthermore, wound healing requires reconstruction of the injured tissue and 

also suppression of pro-inflammatory responses (314). While suppression of 

pro-inflammatory responses is well documented for helminth parasites (310), there is 

little knowledge of alum-induced immunoregulatory properties. However, it this study 

it is demonstrated that alum can suppress IL-12p70 production and also promote IL-10 

secretion. While alum can directly inhibit IL-12p70 secretion in DCs, the cellular source 

of IL-10 is unknown. Therefore it is possible that IL-10 production after alum injection 

might be an indirect result of massive damage at the site of injection and the 

induction of wound healing mechanisms.

Overall, this thesis explored the immunomodulatory properties of alum and 

their role in shaping innate and adaptive immunity during alum immunisation 

(Figure 6. 1). It has been demonstrated that early events following alum injection can 

promote polarisation of immune responses, which have an impact on the poor 

efficacy of alum in inducing cellular immunity.
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Figure 6. 1. A proposed model for how alum promotes innate and adaptive immune 
responses. Alum induces cell death locally which promotes the release of chemokines and 
cytokines, including IL-la, IL-1|3 and IL-33. These cytokines recruit neutrophils, eosinophils and 
IL-4-producing cells. Additionally, an unknown product of caspase-1/11 cleavage promotes 
accumulation of inflammatory monocytes into the site of injection. Activated inflammatory 
monocytes give rise to DCs. In the draining lymph nodes DCs present antigen and activate 
antigen-specific CD4^ T cells. Primed T cells activate antigen-specific B cells which give rise to 
plasma cells secreting IgGl, IgE and low titres of lgG2b and lgG2c. IL-4-producing cells, 
including eosinophils, suppress TH-1 related lgG2b and lgG2c antibody production and 
enhance IgE antibody production. Alum inhibits IL-12p70 production, but promotes IL-10 
which also inhibits cellular responses after vaccination. Neutrophils and extracellular DNA 
accumulate at the site of alum injection, but their role in adaptive immune responses is not 
fully understood.

181





CHAPTER 7

REFERENCES





1. Kennedy, R. B., I. G. Ovsyannikova, R. M. Jacobson, and G. A. Poland. 2009. The immunology of 
smallpox vaccines. Curr Opin Immunol 21: 314-320.

2. Bourhy, H., A. Dautry-Varsat, P. J. Hotez, and J. Salomon. 2010. Rabies, still neglected after 125 
years of vaccination. PLoS Negl Trop Dis 4: e839.

3. Stauffer, F., T. El-Bacha, and A. T. Da Poian. 2006. Advances in the development of inactivated 
virus vaccines. Recent Pat Antiinfect Drug Discov 1: 291-296.

4. Gustafsson, L, H. O. Hallander, P. Olin, E. Reizenstein, and J. Storsaeter. 1996. A controlled trial 
of a two-component acellular, a five-component acellular, and a whole-cell pertussis vaccine. N 
EnglJ Med 334: 349-355.

5. Offit, P. A. 2005. The Cutter incident, 50 years later. N Engl J Med 352:1411-1412.
6. (CDC), C. f. D. C. a. P. 2012. Update on vaccine-derived polioviruses-worldwide, April 2011-June 

2012. MMWR Morb Mortal Wkly Rep 61: 741-746.
7. Guidelines for Vaccination in General Practice - Updated August 2013 

http://www.immunisation.ie/en/Downloads/PDFFile 17222 en.pdf.
8. McIntyre, P. B., K. L. O'Brien, B. Greenwood, and D. van de Beek. 2012. Effect of vaccines on 

bacterial meningitis worldwide. Lancet 380:1703-1711.
9. Schijns, V. E., and E. C. Lavelle. 2011. Trends in vaccine adjuvants. Expert Rev Vaccines 10: 539- 

550.
10. Bulet, P., R. Stdcklin, and L. Menin. 2004. Anti-microbial peptides: from invertebrates to 

vertebrates. Immunol Rev 198:169-184.
11. Beutler, B. 2004. Innate immunity: an overview. Mol Immunol 40: 845-859.
12. Flannagan, R. S., G. Cosi'o, and S. Grinstein. 2009. Antimicrobial mechanisms of phagocytes and 

bacterial evasion strategies. Nat Rev Micrabiol 7: 355-366.
13. Dempsey, P. W., S. A. Vaidya, and G. Cheng. 2003. The art of war: Innate and adaptive immune 

responses. Cell Mol Life Sci 60: 2604-2621.
14. Takeuchi, O., and S. Akira. 2010. Pattern Recognition Receptors and Inflammation. Cell 140: 

805-820.
15. Creagh, E. M., and L. A. J. O'Neill. 2006. TLRs, NLRs and RLRs: a trinity of pathogen sensors that 

co-operate in innate immunity. Trends in Immunology 27: 352-357.
16. Robinson, M. J., D. Sancho, E. C. Slack, S. LeibundGut-Landmann, and C. Reis e Sousa. 2006. 

Myeloid C-type lectins in innate immunity. Nat Immunol 7:1258-1265.
17. Kumar, H., T. Kawai, and S. Akira. 2011. Pathogen recognition by the innate immune system. Int 

Rev Immunol 30:16-34.
18. Paludan, 5. R., and A. G. Bowie. 2013. Immune sensing of DNA. Immunity 38: 870-880.
19. O'Neill, L. A. 2006. How Toll-like receptors signal: what we know and what we don't know. Curr 

Opin Immunol 18: 3-9.
20. Broz, P., and D. M. Monack. 2013. Newly described pattern recognition receptors team up 

against intracellular pathogens. Nat Rev Immunol 13: 551-565.
21. Hacker, H., P. H. Tseng, and M. Karin. 2011. Expanding TRAP function: TRAF3 as a tri-faced 

immune regulator. Nat Rev Immunol 11: 457-468.
22. Gringhuis, S. I., J. den Dunnen, M. Litjens, M. van der Vlist, and T. B. Geijtenbeek. 2009. 

Carbohydrate-specific signaling through the DC-SIGN signalosome tailors immunity to 
Mycobacterium tuberculosis, HIV-1 and Helicobacter pylori. Nat Immunol 10:1081-1088.

23. Drummond, R. A., and G. D. Brown. 2011. The role of Dectin-1 in the host defence against 
fungal infections. Curr Opin Microbiol 14: 392-399.

24. Gerlier, D., and D. S. Lyles. 2011. Interplay between innate immunity and negative-strand RNA 
viruses: towards a rational model. Microbiol Mol Biol Rev 75: 468-490, second page of table of 
contents.

25. Chiu, Y. H., J. B. MacMillan, and Z. J. J. Chen. 2009. RNA Polymerase III Detects Cytosolic DNA 
and Induces Type I Interferons through the RIG-1 Pathway. Cell 138: 576-591.

26. Ishikawa, H., Z. Ma, and G. N. Barber. 2009. STING regulates intracellular DNA-mediated, type I 
interferon-dependent innate immunity. Nature 461: 788-U740.

27. Burdette, D. L, and R. E. Vance. 2013. STING and the innate immune response to nucleic acids 
in the cytosol. Nat Immunol 14:19-26.

28. Takaoka, A., Z. Wang, M. K. Choi, H. Yanai, H. Negishi, T. Ban, Y. Lu, M. Miyagishi, T. Kodama, K. 
Honda, Y. Ohba, and T. Taniguchi. 2007. DAI (DLM-l/ZBPl) is a cytosolic DNA sensor and an 
activator of innate immune response. Nature 448: 501-U514.

182



29. Unterhoizner, L, S. E. Keating, M. Baran, K. A. Horan, S. B. Jensen, S. Sharma, C. M. Sirois, T. Jin, 
E. Latz, T. S. Xiao, K. A. Fitzgerald, S. R. Paludan, and A. G. Bowie. 2010. IFI16 is an innate 
immune sensor for intracellular DNA. Nat Immunol 11; 997-1004.

30. Sun, L, J. Wu, F. Du, X. Chen, and Z. J. Chen. 2013. Cyclic GMP-AMP synthase is a cytosolic DNA 
sensor that activates the type I interferon pathway. Science 339: 786-791.

31. Li, X. D., J. Wu, D. Gao, H. Wang, L. Sun, and Z. J. Chen. 2013. Pivotal Roles of cGAS-cGAMP 
Signaling in Antiviral Defense and Immune Adjuvant Effects. Science.

32. Franchi, L., N. Warner, K. Viani, and G. Nunez. 2009. Function of Nod-like receptors in microbial 
recognition and host defense. Immunol Rev 227:106-128.

33. Leemans, J. C., S. L. Cassel, and F. S. Sutterwala. 2011. Sensing damage by the NLRP3 
inflammasome. Immunol Rev 243; 152-162.

34. Sutterwala, F. S., Y. Ogura, and R. A. Flavell. 2007. The inflammasome in pathogen recognition 
and inflammation. Journal of Leukocyte Biology 82: 259-264.

35. Muhoz-Planillo, R., P. Kuffa, G. Martmez-Colon, B. L. Smith, T. M. Rajendiran, and G. Nunez. 
2013. K(+) Efflux Is the Common Trigger of NLRP3 Inflammasome Activation by Bacterial Toxins 
and Particulate Matter. Immunity 38:1142-1153.

36. Rathinam, V. A. K., Z. Jiang, S. N. Waggoner, S. Sharma, L. E. Cole, L. Waggoner, S. K. Vanaja, B. 
G. Monks, S. Ganesan, E. Latz, V. Hornung, S. N. Vogel, E. Szomolanyi-Tsuda, and K. A. 
Fitzgerald. 2010. The AIM2 inflammasome is essential for host defense against cytosolic 
bacteria and DNA viruses. Nat Immunol 11: 395-402.

37. Burckstummer, T., C. Baumann, S. BlumI, E. Dixit, G. Durnberger, H. Jahn, M. Planyavsky, M. 
Bilban, J. Colinge, K. L. Bennett, and G. Superti-Furga. 2009. An orthogonal proteomic-genomic 
screen identifies AIM2 as a cytoplasmic DNA sensor for the inflammasome. Nat Immunol 10: 
266-272.

38. Hornung, V., A. Ablasser, M. Charrel-Dennis, F. Bauernfeind, G. Horvath, D. R. Caffrey, E. Latz, 
and K. A. Fitzgerald. 2009. AIM2 recognizes cytosolic dsDNA and forms a caspase-l-activating 
inflammasome with ASC. Nature 458; 514-U516.

39. Kapsenberg, M. L. 2003. Dendritic-cell control of pathogen-driven T-cell polarization. Nature 
Reviews Immunology 3: 984-993.

40. Liu, K., and M. C. Nussenzweig. 2010. Origin and development of dendritic cells. Immunol Rev 
234: 45-54.

41. Lande, R., and M. Gilliet. 2010. Plasmacytoid dendritic cells; key players in the initiation and 
regulation of immune responses. In Year in Immunology 2. 89-103.

42. Dudziak, D., A. O. Kamphorst, G. F. Heidkamp, V. R. Buchholz, C. Trumpfheller, S. Yamazaki, C. 
Cheong, K. Liu, H. W. Lee, C. G. Park, R. M. Steinman, and M. C. Nussenzweig. 2007. Differential 
antigen processing by dendritic cell subsets in vivo. Science 315:107-111.

43. Caminschi, I., E. Maraskovsky, and W. R. Heath. 2012. Targeting Dendritic Cells in vivo for 
Cancer Therapy. Front Immunol 3:13.

44. Meredith, M. M., K. Liu, G. Darrasse-Jeze, A. 0. Kamphorst, H. A. Schreiber, P. Guermonprez, J. 
Idoyaga, C. Cheong, K. H. Yao, R. E. Niec, and M. C. Nussenzweig. 2012. Expression of the zinc 
finger transcription factor zDC (Zbtb46, Btbd4) defines the classical dendritic cell lineage. J Exp 
Med 209:1153-1165.

45. Satpathy, A. T., W. KC, J. C. Albring, B. T. Edelson, N. M. Kretzer, D. Bhattacharya, T. L. Murphy, 
and K. M. Murphy. 2012. Zbtb46 expression distinguishes classical dendritic cells and their 
committed progenitors from other immune lineages. J Exp Med 209:1135-1152.

46. Meredith, M. M., K. Liu, A. O. Kamphorst, J. Idoyaga, A. Yamane, P. Guermonprez, S. Rihn, K. H. 
Yao, I. T. Silva, T. Y. Oliveira, D. Skokos, R. Casellas, and M. C. Nussenzweig. 2012. Zinc finger 
transcription factor zDC is a negative regulator required to prevent activation of classical 
dendritic cells in the steady state. J Exp Med 209:1583-1593.

47. Burgdorf, S., A. Kautz, V. Bdhnert, P. A. Knolle, and C. Kurts. 2007. Distinct pathways of antigen 
uptake and intracellular routing in CD4 and CD8 T cell activation. Science 316: 612-616.

48. Wan, Y. Y. 2010. Multi-tasking of helper T cells. Immunology 130:166-171.
49. Magombedze, G., P. B. Reddy, S. Eda, and V. V. Ganusov. 2013. Cellular and population 

plasticity of helper CD4(+) T cell responses. Front Physiol 4: 206.
50. Mosmann, T. R., H. Cherwinski, M. W. Bond, M. A. Giedlin, and R. L. Coffman. 1986. Two types 

of murine helper T cell clone. I. Definition according to profiles of lymphokine activities and 
secreted proteins. J Immunol 136: 2348-2357.

51. Steinman, R. M., and H. Hemmi. 2006. Dendritic cells: Translating innate to adaptive immunity. 
In From Innate Immunity to Immunlolgical Memory. Springer-Verlag Berlin, Berlin. 17-58.

183



52. Annunziato, F., and S. Romagnani. 2009. Heterogeneity of human effector CD4+ T cells. Arthritis 
Res Therll: 257.

53. Bettelli, E., T. Korn, and V. K. Kuchroo. 2007. Thl7: the third member of the effector T cell 
trilogy. Current Opinion in Immunology 19: 652-657.

54. Saenz, S. A., B. C. Taylor, and D. Artis. 2008. Welcome to the neighborhood: epithelial cell- 
derived cytokines license innate and adaptive immune responses at mucosal sites. Immunol Rev 
226: 172-190.

55. Bettelli, E., Y. Carrier, W. Gao, T. Korn, T. B. Strom, M. Oukka, H. L. Weiner, and V. K. Kuchroo. 
2006. Reciprocal developmental pathways for the generation of pathogenic effector TH17 and 
regulatory! cells. Nature 441: 235-238.

56. Sutton, C., C. Brereton, B. Keogh, K. H. Mills, and E. C. Lavelle. 2006. A crucial role for 
interleukin (IL)-l in the induction of IL-17-producing T cells that mediate autoimmune 
encephalomyelitis. J Exp Med 203:1685-1691.

57. O'Shea, J. J., and W. E. Paul. 2010. Mechanisms underlying lineage commitment and plasticity 
of helper CD4+ T cells. Science 327:1098-1102.

58. Curotto de Lafaille, M. A., and J. J. Lafaille. 2009. Natural and adaptive foxp3+ regulatory T cells: 
more of the same or a division of labor? Immunity 30: 626-635.

59. Chen, W., and J. E. Konkel. 2010. TGF-beta and 'adaptive' Foxp3(+) regulatory T cells. J Mol Cell 
Biol 2: 30-36.

60. Weiss, J. M., A. M. Bilate, M. Gobert, Y. Ding, M. A. Curotto de Lafaille, C. N. Parkhurst, H. Xiong, 
J. Dolpady, A. B. Frey, M. G. Ruocco, Y. Yang, 5. Floess, J. Huehn, 5. Oh, M. 0. Li, R. E. Niec, A. Y. 
Rudensky, M. L. Dustin, D. R. Littman, and J. J. Lafaille. 2012. Neuropilin 1 is expressed on 
thymus-derived natural regulatory T cells, but not mucosa-generated induced Foxp3+ T reg 
cells. J Exp Med 209: 1723-1742, S1721.

61. Yadav, M., C. Louvet, D. Davini, J. M. Gardner, M. Martinez-Llordella, 5. Bailey-Bucktrout, B. A. 
Anthony, F. M. Sverdrup, R. Head, D. J. Kuster, P. Ruminski, D. Weiss, D. Von Schack, and J. A. 
Bluestone. 2012. Neuropilin-1 distinguishes natural and inducible regulatory T cells among 
regulatory T cell subsets in vivo. J Exp Med 209:1713-1722, 51711-1719.

62. Ono, M., J. Shimizu, Y. Miyachi, and S. Sakaguchi. 2006. Control of autoimmune myocarditis and 
multiorgan inflammation by glucocorticoid-induced TNF receptor family-related protein(high), 
Foxp3-expressing CD25-r and CD25- regulatory T cells. J Immunol 176: 4748-4756.

63. Coleman, M. M., C. M. Finlay, B. Moran, J. Keane, P. J. Dunne, and K. H. Mills. 2012. The 
immunoregulatory role of CD4(+) FoxP3(+) CD25(-) regulatory T cells in lungs of mice infected 
with Bordetella pertussis. FEMS Immunol Med Microbiol 64: 413-424.

64. Zhang, N., and M. J. Sevan. 2011. CD8(+) T cells: foot soldiers of the immune system. Immunity 
35: 161-168.

65. Andersen, M. H., D. Schrama, P. Thor Straten, and J. C. Becker. 2006. Cytotoxic T cells. J Invest 
Dermatol 126: 32-41.

66. Fong, T. A., and T. R. Mosmann. 1990. Alloreactive murine CD8+ T cell clones secrete the Thl 
pattern of cytokines. J Immunol 144:1744-1752.

67. Seder, R. A., J. L. Boulay, F. Finkelman, S. Barbier, S. Z. Ben-Sasson, G. Le Gros, and W. E. Paul. 
1992. CD8+ T cells can be primed in vitro to produce IL-4. J Immunol 148:1652-1656.

68. Croft, M., L. Carter, S. L. Swain, and R. W. Dutton. 1994. Generation of polarized antigen- 
specific CD8 effector populations: reciprocal action of interleukin (IL)-4 and IL-12 in promoting 
type 2 versus type 1 cytokine profiles. J Exp Med 180:1715-1728.

69. Salgame, P., J. S. Abrams, C. Clayberger, H. Goldstein, J. Convit, R. L. Modlin, and B. R. Bloom. 
1991. Differing lymphokine profiles of functional subsets of human CD4 and CD8 T cell clones. 
Science 254: 279-282.

70. Barczyk, A., W. Pierzchata, 0. M. Kon, B. Cosio, I. M. Adcock, and P. J. Barnes. 2006. Cytokine 
production by bronchoalveolar lavage T lymphocytes in chronic obstructive pulmonary disease. 
J Allergy Clin Immunol 117:1484-1492.

71. Kay, A. B. 1997. T cells as orchestrators of the asthmatic response. Ciba Found Symp 206: 56-67; 
discussion 67-70,106-110.

72. Ito, N., Y. Suzuki, Y. Taniguchi, K. Ishiguro, H. Nakamura, and 5. Ohgi. 2005. Prognostic 
significance of T helper 1 and 2 and T cytotoxic 1 and 2 cells in patients with non-small cell lung 
cancer. Anticancer Res 25: 2027-2031.

73. Sheu, B. C., R. H. Lin, H. C. Lien, H. N. Ho, S. M. Hsu, and S. C. Huang. 2001. Predominant 
Th2/Tc2 polarity of tumor-infiltrating lymphocytes In human cervical cancer. J Immunol 167: 
2972-2978.

184



74. Kemp, R. A., and F. Ronchese. 2001. Tumor-specific Tcl, but not Tc2, cells deliver protective 
antitumor immunity. J Immunol 167: 6497-6502.

75. Seder, R. A., and A. V. Hill. 2000. Vaccines against intracellular infections requiring cellular 
immunity. Nature 406: 793-798.

76. Amanna, I. J., and M. K. Slifka. 2010. Mechanisms that determine plasma cell lifespan and the 
duration of humoral immunity. Immunol Rev 236:125-138.

77. Nutt, 5. L, and D. M. Tarlinton. 2011. Germinal center B and follicular helper T cells: siblings, 
cousins or just good friends? Nat Immunol 12: 472-477.

78. Lee, S. K., R. J. Rigby, D. Zotos, L. M. Tsai, S. Kawamoto, J. L. Marshall, R. R. Ramiscal, T. D. Chan, 
D. Gatto, R. Brink, D. Yu, S. Fagarasan, D. M. Tarlinton, A. F. Cunningham, and C. G. Vinuesa. 
2011. B cell priming for extrafollicular antibody responses requires Bcl-6 expression by T cells. J 
Exp Med 208: 1377-1388.

79. Linterman, M. A., L. Beaton, D. Yu, R. R. Ramiscal, M. Srivastava, J. J. Hogan, N. K. Verma, M. J. 
Smyth, R. J. Rigby, and C. G. Vinuesa. 2010. IL-21 acts directly on B cells to regulate Bcl-6 
expression and germinal center responses. J Exp Med 207: 353-363.

80. Zotos, D., J. M. Coquet, Y. Zhang, A. Light, K. D'Costa, A. Kallies, L. M. Corcoran, D. I. Godfrey, K. 
M. Toellner, M. J. Smyth, S. L. Nutt, and D. M. Tarlinton. 2010. IL-21 regulates germinal center B 
cell differentiation and proliferation through a B cell-intrinsic mechanism. J Exp Med 207: 365- 
378.

81. Nimmerjahn, F., and J. V. Ravetch. 2005. Divergent immunoglobulin g subclass activity through 
selective Fc receptor binding. Science 310:1510-1512.

82. Fossati-Jimack, L., A. loan-Facsinay, L. Reininger, Y. Chicheportiche, N. VYatanabe, T. Saito, F. M. 
Hofhuis, J. E. Gessner, C. Schiller, R. E. Schmidt, T. Honjo, J. S. Verbeek, and 5. Izui. 2000. 
Markedly different pathogenicity of four immunoglobulin G isotype-switch variants of an 
antierythrocyte autoantibody is based on their capacity to interact in vivo with the low-affinity 
Fcgamma receptor III. J Exp Med 191:1293-1302.

83. Markine-Goriaynoff, D., and J. P. Coutelier. 2002. Increased efficacy of the immunoglobulin G2a 
subclass in antibody-mediated protection against lactate dehydrogenase-elevating virus- 
induced polioencephalomyelitis revealed with switch mutants. J Virol 76: 432-435.

84. Coutelier, J. P., J. T. van der Logt, F. \A/. Heessen, G. Warnier, and J. Van Snick. 1987. lgG2a 
restriction of murine antibodies elicited by viral infections. J Exp Med 165: 64-69.

85. Paul, W. E. 1991. Interleukin-4: a prototypic immunoregulatory lymphokine. Blood 77: 1859- 
1870.

86. Mosmann, T. R., and R. L. Coffman. 1989. THl and TH2 cells: different patterns of lymphokine 
secretion lead to different functional properties. Anna Rev Immunol 7:145-173.

87. Stavnezer, J. 1995. Regulation of antibody production and class switching by TGF-beta. J 
Immunol 155:1647-1651.

88. Mond, J. J., Q. Vos, A. Lees, and C. M. Snapper. 1995. T cell independent antigens. Curr Opin 
Immunol 7: 349-354.

89. Rappuoli, R., and A. Aderem. 2011. A 2020 vision for vaccines against HIV, tuberculosis and 
malaria. Nature 473: 463-469.

90. Wei, X., J. M. Decker, S. Wang, H. Hui, J. C. Kappes, X. Wu, J. F. Salazar-Gonzalez, M. G. Salazar, 
J. M. Kilby, M. S. Saag, N. L. Komarova, M. A. Nowak, B. H. Hahn, P. D. Kwong, and G. M. Shaw. 
2003. Antibody neutralization and escape by HIV-1. Nature 422: 307-312.

91. Pica, N., and P. Palese. 2013. Toward a universal influenza virus vaccine: prospects and 
challenges. Annu Rev Med 64:189-202.

92. Burton, D. R., P. Poignard, R. L. Stanfield, and I. A. Wilson. 2012. Broadly neutralizing antibodies 
present new prospects to counter highly antigenically diverse viruses. Science 337:183-186.

93. Walker, L. M., M. Huber, K. J. Doores, E. Falkowska, R. Pejchal, J. P. Julien, S. K. Wang, A. Ramos, 
P. Y. Chan-Hui, M. Moyle, J. L. Mitcham, P. W. Hammond, 0. A. Olsen, P. Phung, S. Fling, C. H. 
Wong, S. Phogat, T. Wrin, M. D. Simek, W. C. Koff, I. A. Wilson, D. R. Burton, P. Poignard, and P. 
G. P. Investigators. 2011. Broad neutralization coverage of HIV by multiple highly potent 
antibodies. Nature 477: 466-470.

94. Burton, D. R., R. L. Stanfield, and 1. A. Wilson. 2005. Antibody vs. HIV in a clash of evolutionary 
titans. Proc Natl Acad Sci U S A 102:14943-14948.

95. Ekiert, D. C., G. Bhabha, M. A. Elsliger, R. H. Friesen, M. Jongeneelen, M. Throsby, J. Goudsmit, 
and 1. A. Wilson. 2009. Antibody recognition of a highly conserved influenza virus epitope. 
Science 324: 246-251.

185



96. Dinarello, C. A. 2009. Immunological and inflammatory functions of the interleukin-1 family. 
Anna Rev Immunol 27: 519-550.

97. Arend, W. P. 1991. Interleukin 1 receptor antagonist. A new member of the interleukin 1 family. 
J Clin Invest 88:1445-1451.

98. Ghayur, T., S. Banerjee, M. Hugunin, D. Butler, L. Herzog, A. Carter, L. Quintal, L. Sekut, R. 
Talanian, M. Paskind, W. Wong, R. Kamen, D. Tracey, and H. Allen. 1997. Caspase-1 processes 
IFN-gamma-inducing factor and regulates LPS-induced IFN-gamma production. Nature 386: 
619-623.

99. Thornberry, N. A., H. G. Bull, J. R. Calaycay, K. T. Chapman, A. D. Howard, M. J. Kostura, D. K. 
Miller, S. M. Molineaux, J. R. Weidner, and J. Aunins. 1992. A novel heterodimeric cysteine 
protease is required for interleukin-1 beta processing in monocytes. Nature 356: 768-774.

100. Lefrangais, E., and C. Cayrol. 2012. Mechanisms of IL-33 processing and secretion: differences 
and similarities between IL-1 family members. Eur Cytokine Netw 23:120-127.

101. Sims, J. E., and D. E. Smith. 2010. The IL-1 family: regulators of immunity. Nat Rev Immunol 10: 
89-102.

102. Dunne, A., and L. A. O'Neill. 2003. The interleukin-1 receptor/Toll-like receptor superfamily: 
signal transduction during inflammation and host defense. SciSTKE 2003: re3.

103. Towne, J. E., B. R. Renshaw, J. Douangpanya, B. P. Lipsky, M. Shen, C. A. Gabel, and J. E. Sims. 
2011. Interleukin-36 (IL-36) ligands require processing for full agonist (IL-36a, 11-36(3, and IL- 
36y) or antagonist (IL-36Ra) activity. J Biol Chem 286: 42594-42602.

104. Colotta, F., F. Re, M. Muzio, R. Bertini, N. Polentarutti, M. Sironi, J. G. Giri, S. K. Dower, J. E. 
Sims, and A. Mantovani. 1993. Interleukin-1 type II receptor: a decoy target for IL-1 that is 
regulated by IL-4. Science 261: 472-475.

105. Hayakawa, H., M. Hayakawa, A. Kume, and S. Tominaga. 2007. Soluble ST2 blocks interleukin-33 
signaling in allergic airway inflammation. Journal of Biological Chemistry 282: 26369-26380.

106. Kim, S. H., M. Eisenstein, L. Reznikov, G. Fantuzzi, D. Novick, M. Rubinstein, and C. A. Dinarello. 
2000. Structural requirements of six naturally occurring isoforms of the IL-18 binding protein to 
inhibit IL-18. Proc Natl Acad Sci U S A 97■. 1190-1195.

107. Riva, F., E. Bonavita, E. Barbati, M. Muzio, A. Mantovani, and C. Garlanda. 2012. TIR8/SIGIRR is 
an Interleukin-1 Receptor/Toll Like Receptor Family Member with Regulatory Functions in 
Inflammation and Immunity. Front Immunol 3: 322.

108. 1979. Revised nomenclature for antigen-nonspecific T cell proliferation and helper factors. J 
Immunol 123: 2928-2929.

109. Dinarello, C. A. 2010. IL-1: discoveries, controversies and future directions. Eur J Immunol 40: 
599-606.

110. Martinon, F., A. Mayor, and J. Tschopp. 2009. The Inflammasomes: Guardians of the Body. 
Annual Review of Immunology 27: 229-265.

111. Hazuda, D. J., J. Strickler, F. Kueppers, P. L. Simon, and P. R. Young. 1990. Processing of 
precursor interleukin 1 beta and inflammatory disease. J Biol Chem 265: 6318-6322.

112. Gringhuis, S. I., T. M. Kaptein, B. A. Wevers, B. Theelen, M. van der Vlist, T. Boekhout, and T. B. 
Geijtenbeek. 2012. Dectin-1 is an extracellular pathogen sensor for the induction and 
processing of IL-1(3 via a noncanonical caspase-8 inflammasome. Nat Immunol 13: 246-254.

113. Bossaller, L., P. I. Chiang, C. Schmidt-Lauber, S. Ganesan, W. J. Kaiser, V. A. Rathinam, E. S. 
Mocarski, D. Subramanian, D. R. Green, N. Silverman, K. A. Fitzgerald, A. Marshak-Rothstein, 
and E. Latz. 2012. Cutting edge: FAS (CD95) mediates noncanonical IL-ip and IL-18 maturation 
via caspase-8 in an RIP3-independent manner. J Immunol 189: 5508-5512.

114. Wessendorf, J. H., S. Garfinkel, X. Zhan, S. Brown, and T. Maciag. 1993. Identification of a 
nuclear localization sequence within the structure of the human interleukin-1 alpha precursor. J 
Biol Chem 268: 22100-22104.

115. Hacham, M., S. Argov, R. M. White, S. Segal, and R. N. Apte. 2002. Different patterns of 
interleukin-lalpha and interleukin-lbeta expression in organs of normal young and old mice. 
Eur Cytokine Netw 13: 55-65.

116. Werman, A., R. Werman-Venkert, R. White, J. K. Lee, B. Werman, Y. Krelin, E. Voronov, C. A. 
Dinarello, and R. N. Apte. 2004. The precursor form of IL-lalpha is an intracrine 
proinflammatory activator of transcription. Proc Natl Acad Sci USA 101: 2434-2439.

117. Kurt-Jones, E. A., D. I. Beller, S. B. Mizel, and E. R. Unanue. 1985. Identification of a membrane- 
associated interleukin 1 in macrophages. Proc Natl Acad Sci U SABI: 1204-1208.

186



118. Chen, C. J., H. Kono, D. Golenbock, G. Reed, S. Akira, and K. L. Rock. 2007. Identification of a key 
pathway required for the sterile inflammatory response triggered by dying cells. Nat Med 13: 
851-856.

119. Cohen, I., P. Rider, Y. Carmi, A. Braiman, S. Dotan, M. R. White, E. Voronov, M. U. Martin, C. A. 
Dinarello, and R. N. Apte. 2010. Differential release of chromatin-bound IL-lalpha discriminates 
between necrotic and apoptotic cell death by the ability to induce sterile inflammation. Proc 
Natl Acad Sci USA 107: 2574-2579.

120. Afonina, I. S., G. A. Tynan, S. E. Logue, S. P. Cullen, M. Bots, A. U. Luthi, E. P. Reeves, N. G. 
McElvaney, J. P. Medema, E. C. Lavelle, and S. J. Martin. 2011. Granzyme B-dependent 
proteolysis acts as a switch to enhance the proinflammatory activity of IL-la. Mol Cell 44: 265- 
278.

121. Lukens, J. R., J. M. Gross, and T. D. Kanneganti. 2012. IL-1 family cytokines trigger steriie 
inflammatory disease. Front Immunol 3: 315.

122. Allan, 5. M., P. J. Tyrrell, and N. J. Rothwell. 2005. Interleukin-1 and neuronal injury. Nat Rev 
Immunol 5: 629-640.

123. Bujak, M., and N. G. Frangogiannis. 2009. The role of IL-1 in the pathogenesis of heart disease. 
Arch Immunol Ther Exp (Warsz) 57:165-176.

124. Agostini, L., F. Martinon, K. Burns, M. F. McDermott, P. N. Hawkins, and J. Tschopp. 2004. 
NALP3 forms an IL-lbeta-processing inflammasome with increased activity in Muckle-Wells 
autoinflammatory disorder. Immunity 20: 319-325.

125. Okamura, H., H. Tsutsi, T. Komatsu, M. Yutsudo, A. Hakura, T. Tanimoto, K. Torigoe, T. Okura, Y. 
Nukada, and K. Hattori. 1995. Cloning of a new cytokine that induces IFN-gamma production by 
T cells. Nature 378: 88-91.

126. Naik, S. M., G. Cannon, G. J. Burbach, S. R. Singh, R. A. Swerlick, J. N. Wilcox, J. C. Ansel, and S. 
W. Caughman. 1999. Human keratinocytes constitutively express interleukin-18 and secrete 
biologically active interleukin-18 after treatment with pro-inflammatory mediators and 
dinitrochlorobenzene. J Invest Dermatol 113: 766-772.

127. Stoll, S., G. Muller, M. Kurimoto, J. Saloga, T. Tanimoto, H. Yamauchi, H. Okamura, J. Knop, and 
A. H. Enk. 1997. Production of IL-18 (IFN-gamma-inducing factor) messenger RNA and 
functional protein by murine keratinocytes. J Immunol 159: 298-302.

128. Puren, A. J., G. Fantuzzi, and C. A. Dinarello. 1999. Gene expression, synthesis, and secretion of 
interleukin 18 and interleukin Ibeta are differentially regulated in human blood mononuclear 
cells and mouse spleen cells. Proc Natl Acad Sci U S A 96: 2256-2261.

129. Novick, D., S. H. Kim, G. Fantuzzi, L. L. Reznikov, C. A. Dinarello, and M. Rubinstein. 1999. 
Interleukin-18 binding protein: a novel modulator of the Thl cytokine response. Immunity 10: 
127-136.

130. Xu, D., W. L. Chan, B. P. Leung, D. Hunter, K. Schulz, R. W. Carter, I. B. Mclnnes, J. H. Robinson, 
and F. Y. Liew. 1998. Selective expression and functions of interleukin 18 receptor on T helper 
(Th) type 1 but not Th2 cells. J Exp Med 188:1485-1492.

131. Yoshimoto, T., K. Takeda, T. Tanaka, K. Ohkusu, S. Kashiwamura, H. Okamura, S. Akira, and K. 
Nakanishi. 1998. IL-12 up-regulates IL-18 receptor expression on T cells, Thl cells, and B cells: 
synergism with IL-18 for IFN-gamma production. J Immunol 161: 3400-3407.

132. Carroll, R. G., C. Carpenito, X. Shan, G. Danet-Desnoyers, R. Liu, S. Jiang, S. M. Albelda, T. 
Golovina, G. Coukos, J. L. Riley, Z. L. Jonak, and C. H. June. 2008. Distinct effects of IL-18 on the 
engraftment and function of human effector CD8 T cells and regulatory T cells. PLoS One 3: 
e3289.

133. Chaix, J., M. S. Tessmer, K. Hoebe, N. Fuseri, B. Ryffel, M, Dalod, L. Alexopoulou, B. Beutler, L. 
Brossay, E. Vivier, and T. Walzer. 2008. Cutting edge: Priming of NK cells by IL-18. J Immunol 
181:1627-1631.

134. Hashimoto, W., T. Osaki, H. Okamura, P. D. Robbins, M. Kurimoto, S. Nagata, M. T. Lotze, and H. 
Tahara. 1999. Differential antitumor effects of administration of recombinant IL-18 or 
recombinant IL-12 are mediated primarily by Fas-Fas ligand- and perforin-induced tumor 
apoptosis, respectively. 7/mmuno/163: 583-589.

135. Hyodo, Y., K. Matsui, N. Hayashi, H. Tsutsui, S. Kashiwamura, H. Yamauchi, K. Hiroishi, K. 
Takeda, Y. Tagawa, Y. Iwakura, N. Kayagaki, M. Kurimoto, H. Okamura, T. Hada, H. Yagita, S. 
Akira, K. Nakanishi, and K. Higashino. 1999. IL-18 up-regulates perforin-mediated NK activity 
without increasing perforin messenger RNA expression by binding to constitutively expressed 
IL-18 receptor. J Immunol 162:1662-1668.

187



136. Liew, F. Y., N. I. Pitman, and I. B. Mclnnes. 2010. Disease-associated functions of IL-33: the new 
kid in the IL-1 family. Nature Reviews Immunology 10:103-110.

137. Moussion, C., N. Ortega, and J. P. Girard. 2008. The IL-l-Like Cytokine IL-33 Is Constitutively 
Expressed in the Nucleus of Endothelial Cells and Epithelial Cells In Vivo: A Novel 'Alarmin'? Plos 
One 3: 8.

138. Luthi, A. U., S. P. Cullen, E. A. McNeela, P. J. Duriez, I. S. Afonina, C. Sheridan, G. Brumatti, R. C. 
Taylor, K. Kersse, P. Vandenabeele, E. C. Lavelle, and S. J. Martin. 2009. Suppression of 
Interleukin-33 Bioactivity through Proteolysis by Apoptotic Caspases. Immunity 31: 84-98.

139. Lefrangais, E., S. Roga, V. Gautier, A. Gonzalez-de-Peredo, B. Monsarrat, J. P. Girard, and C. 
Cayrol. 2012. IL-33 is processed into mature bioactive forms by neutrophil elastase and 
cathepsin G. Proc Natl Acad Sci USA 109:1673-1678.

140. Kakkar, R., and R. T. Lee. 2008. The IL-33/ST2 pathway: therapeutic target and novel biomarker. 
Nat Rev Drug Discov 7: 827-840.

141. Xu, D., W. L. Chan, B. P. Leung, F. P. Fluang, R. Wheeler, D. Piedrafita, J. H. Robinson, and F. Y. 
Liew. 1998. Selective expression of a stable cell surface molecule on type 2 but not type 1 
helper T ceWs. Journal of Experimental Medicine 187: 787-794.

142. Kurowska-Stolarska, M., P. Kewin, G. Murphy, R. C. Russo, B. Stolarski, C. C. Garcia, M. Komai- 
Koma, N. Pitman, Y. B. Li, A. N. J. McKenzie, M. M. Teixeira, F. Y. Liew, and D. M. Xu. 2008. IL-33 
induces antigen-specific IL-5(+) T cells and promotes allergic-induced airway inflammation 
independent of IL-4. Journal of Immunology 181: 4780-4790.

143. Bonilla, W. V., A. Frdhiich, K. Senn, S. Kallert, M. Fernandez, S. Johnson, M. Kreutzfeldt, A. N. 
Hegazy, C. Schrick, P. G. Fallon, R. Klemenz, S. Nakae, FI. Adler, D. Merkler, M. Ldhning, and D. 
D. Pinschewer. 2012. The alarmin interleukin-33 drives protective antiviral CD8* T cell 
responses. Science 335: 984-989.

144. Neill, D. R., S. FI. Wong, A. Bellosi, R. J. Flynn, M. Daly, T. K. A. Langford, C. Bucks, C. M. Kane, P. 
G. Fallon, R. Pannell, FI. E. John, and A. N. J. McKenzie. 2010. Nuocytes represent a new innate 
effector leukocyte that mediates type-2 immunity. Nature 464:1367-U1369.

145. Price, A. E., FI. E. Liang, B. M. Sullivan, R. L. Reinhardt, C. J. Eisley, D. J. Erie, and R. M. Locksley. 
2010. Systemically dispersed innate IL-13-expressing cells in type 2 immunity. Proceedings of 
the National Academy of Sciences of the United States of America 107:11489-11494.

146. Allakhverdi, Z., D. E. Smith, M. R. Comeau, and G. Delespesse. 2007. Cutting edge: The ST2 
ligand IL-33 potently activates and drives maturation of human mast cells. Journal of 
Immunology 179: 2051-2054.

147. Suzukawa, M., R. Koketsu, M. likura, S. Nakae, K. Matsumoto, FI. Nagase, FI. Saito, K. 
Matsushima, K. Ohta, K. Yamamoto, and M. Yamaguchi. 2008. Interleukin-33 enhances 
adhesion, CDllb expression and survival in human eosinophils. Lab Invest 88:1245-1253.

148. Suzukawa, M., M. Likura, R. Koketsu, FI. Nagase, C. Tamura, A. Komiya, S. Nakae, K. 
Matsushima, K. Ohta, K. Yamamoto, and M. Yamaguchi. 2008. An IL-1 Cytokine Member, IL-33, 
Induces Fluman Basophil Activation via Its ST2 Receptor. Journal of Immunology 181: 5981- 
5989.

149. Pushparaj, P. N., FI. K. Tay, S. C. Fl'ng, N. Pitman, D. Xu, A. McKenzie, F. Y. Liew, and A. J. 
Melendez. 2009. The cytokine interleukin-33 mediates anaphylactic shock. Proceedings of the 
National Academy of Sciences of the United States of America 106: 9773-9778.

150. Oboki, K., T. Ohno, N. Kajiwara, K. Arae, FI. Morita, A. Ishii, A. Nambu, T. Abe, H. Kiyonari, K. 
Matsumoto, K. Sudo, K. Okumura, FI. Saito, and S. Nakae. 2010. IL-33 is a crucial amplifier of 
innate rather than acquired immunity. Proc Natl Acad Sci U S A 107:18581-18586.

151. Prefontaine, D., 5. Lajoie-Kadoch, S. Foley, S. Audusseau, R. Olivenstein, A. J. Flalayko, C. 
Lemiere, J. G. Martin, and Q. Flamid. 2009. Increased Expression of IL-33 in Severe Asthma: 
Evidence of Expression by Airway Smooth Muscle Cells. Journal af Immunology 183: 5094-5103.

152. Kearley, J., K. F. Buckland, S. A. Mathie, and C. M. Lloyd. 2009. Resolution of Allergic 
Inflammation and Airway Flyperreactivity Is Dependent upon Disruption of the T1/ST2-IL-33 
Pathway. American Journal of Respiratory and Critical Care Medicine 179: 772-781.

153. Liu, X. J., M. C. Li, Y. Wu, Y. C. Zhou, L. M. Zeng, and T. FJuang. 2009. Anti-IL-33 antibody 
treatment inhibits airway inflammation in a murine model of allergic asthma. Biochemical and 
Biophysical Research Communications 386:181-185.

154. Alves, J. C., F. Sonego, F. 0. Souto, A. Freitas, W. A. Verri, M. Auxiliadora-Martins, A. Basile, A. 
N. McKenzie, D. M. Xu, F. Q. Cunha, and F. Y. Liew. 2010. Interleukin-33 attenuates sepsis by 
enhancing neutrophil influx to the site of infection. Nature Medicine 16: 708-U113.

188



155. Verri WA Jr, Souto FO, Vieira SM, Almeida SC, Fukada SY, Xu D, Alves-Filho JC, Cunha TM, 
Guerrero AT, Mattos-Guimaraes RB, Oliveira FR, Teixeira MM, Silva JS, Mclnnes IB, Ferreira SFI, 
Louzada-Junior P, Liew FY, and C. FQ. 2010 May 14. IL-33 induces neutrophil migration in 
rheumatoid arthritis and is a target of anti-TNF therapy., Ann Rheum Dis.

156. Langrish, C. L., B. S. McKenzie, N. J. Wilson, R. de Waal Malefyt, R. A. Kastelein, and D. J. Cua. 
2004. IL-12 and IL-23: master regulators of innate and adaptive immunity. Immunol Rev 202: 
96-105.

157. Pope, R. M., and 5. Shahrara. 2013. Possible roles of IL-12-family cytokines in rheumatoid 
arthritis. Nat Rev Rheumatol 9: 252-256.

158. Gee, K., C. Guzzo, N. F. Che Mat, W. Ma, and A. Kumar. 2009. The IL-12 family of cytokines in 
infection, inflammation and autoimmune disorders. Inflamm Allergy Drug Targets 8: 40-52.

159. Aggarwal, S., N. Ghilardi, M. FI. Xie, F. J. de Sauvage, and A. L. Gurney. 2003. Interleukin-23 
promotes a distinct CD4 T cell activation state characterized by the production of interleukin- 
17. J Biol Chem 278:1910-1914.

160. Pfianz, S., J. C. Timans, J. Cheung, R. Rosales, FI. Kanzier, J. Gilbert, L. Flibbert, T. Churakova, M. 
Travis, E. Vaisberg, W. M. Blumenschein, J. D. Mattson, J. L. Wagner, W. To, S. Zurawski, T. K. 
McClanahan, D. M. Gorman, J. F. Bazan, R. de Waal Malefyt, D. Rennick, and R. A. Kastelein. 
2002. IL-27, a heterodimeric cytokine composed of EBB and p28 protein, induces proliferation 
of naive CD4(+) T cells. Immunity 16: 779-790.

161. Fitzgerald, D. C., G. X. Zhang, M. El-Behi, Z. Fonseca-Kelly, FI. Li, S. Yu, C. J. Saris, B. Gran, B. Ciric, 
and A. Rostami. 2007. Suppression of autoimmune inflammation of the central nervous system 
by interleukin 10 secreted by interleukin 27-stimulated T cells. Nat Immunol 8:1372-1379.

162. Collison, L. W., C. J. Workman, T. T. Kuo, K. Boyd, Y. Wang, K. M. Vignali, R. Cross, D. Sehy, R. S. 
Blumberg, and D. A. Vignali. 2007. The inhibitory cytokine IL-35 contributes to regulatory T-cell 
function. Nature 450: 566-569.

163. Fresno Vara, J. A., E. Casado, J. de Castro, P. Cejas, C. Belda-lniesta, and M. Gonzalez-Baron. 
2004. PBK/Akt signalling pathway and cancer. Cancer Treat Rev 30:193-204.

164. Fukao, T., M. Tanabe, Y. Terauchi, T. Ota, S. Matsuda, T. Asano, T. Kadowaki, T. Takeuchi, and 5. 
Koyasu. 2002. PBK-mediated negative feedback regulation of IL-12 production in DCs. Nat 
Immunol 3: 875-881.

165. Ohtani, M., S. Nagai, S. Kondo, S. Mizuno, K. Nakamura, M. Tanabe, T. Takeuchi, S. Matsuda, 
and S. Koyasu. 2008. Mammalian target of rapamycin and glycogen synthase kinase 3 
differentially regulate lipopolysaccharide-induced interleukin-12 production in dendritic cells. 
Blood 112: 635-643.

166. Fukao, T., T. Yamada, M. Tanabe, Y. Terauchi, T. Ota, T. Takayama, T. Asano, T. Takeuchi, T. 
Kadowaki, J. Flata Ji, and S. Koyasu. 2002. Selective loss of gastrointestinal mast cells and 
impaired immunity in PI3K-deficient mice. Nat Immunol 3: 295-304.

167. Liu, D., T. Zhang, A. J. Marshall, K. Okkenhaug, B. Vanhaesebroeck, and J. E. Uzonna. 2009. The 
pllOdelta isoform of phosphatidylinositol 3-kinase controls susceptibility to Leishmania major 
by regulating expansion and tissue homing of regulatory T cells. J Immunol 183:1921-1933.

168. Fiorentino, D. F., M. W. Bond, and T. R. Mosmann. 1989. 2 TYPES OF MOUSE T-HELPER CELL .4. 
TH2 CLONES SECRETE A FACTOR THAT INHIBITS CYTOKINE PRODUCTION BY THl CLONES. 
Journal of Experimental Medicine 170: 2081-2095.

169. Mosser, D. M., and X. Zhang. 2008. Interleukin-10: new perspectives on an old cytokine. 
Immunological Reviews 226: 205-218.

170. Moore, K. W., R. de Waal Malefyt, R. L. Coffman, and A. O'Garra. 2001. Interleukin-10 and the 
interleukin-10 receptor. Anna Rev Immunol 19: 683-765.

171. Bettelli, E., M. P. Das, E. D. Howard, H. L. Weiner, R. A. Sobel, and V. K. Kuchroo. 1998. IL-10 is 
critical in the regulation of autoimmune encephalomyelitis as demonstrated by studies of IL-10- 
and IL-4-deficient and transgenic mice. Journal of Immunology 161: 3299-3306.

172. Hunter, C. A., L. A. EllisNeyes, T. Slifer, S. Kanaly, G. Grunig, M. Fort, D. Rennick, and F. G. 
Araujo. 1997. IL-10 is required to prevent immune hyperactivity during infection with 
Trypanosoma cruzi. Journal of Immunology 158: 3311-3316.

173. Gazzinelli, R. T., M. Wysocka, S. Hieny, T. SchartonKersten, A. Cheever, R. Kuhn, W. Muller, G. 
Trinchieri, and A. Sher. 1996. In the absence of endogenous IL-10, mice acutely infected with 
Toxoplasma gondii succumb to a lethal immune response dependent on CD4(+) T cells and 
accompanied by overproduction of IL-12, IFN-gamma, and TNF-alpha. Journal of Immunology 
157: 798-805.

189



174. Lang, R., R. L. Rutschman, D. R. Greaves, and P. J. Murray. 2002. Autocrine deactivation of 
macrophages in transgenic mice constitutively overexpressing IL-10 under control of the human 
CD68 promoter. Journal of Immunology 168: 3402-3411.

175. Castro, A. G., M. Neighbors, S. D. Hurst, F. Zonin, R. A. Silva, E. Murphy, Y. J. Liu, and A. O'Garra. 
2000. Anti-interleukin 10 receptor monoclonal antibody is an adjuvant for T helper cell type 1 
responses to soluble antigen only in the presence of lipopolysaccharide. Journal of 
Experimental Medicine 192:1529-1534.

176. Roque, S., C. Nobrega, R. Appelberg, and M. Correia-Neves. 2007. IL-10 underlies distinct 
susceptibility of BALB/c and C57BL/6 mice to Mycobacterium avium infection and influences 
efficacy of antibiotic therapy. Journal of Immunology 178: 8028-8035.

177. Cemma, M., and J. H. Brumell. 2012. Interactions of pathogenic bacteria with autophagy 
systems. Curr Biol 22: R540-545.

178. Tanida, I. 2011. Autophagy basics. Microbiol Immunol 55:1-11.
179. Maiuri, M. C., E. Zaickvar, A. Kimchi, and G. Kroemer. 2007. Self-eating and self-killing: crosstalk 

between autophagy and apoptosis. Nat Rev Mol Cell Biol 8: 741-752.
180. Shi, C. S., K. Shenderov, N. N. Huang, J. Kabat, M. Abu-Asab, K. A. Fitzgerald, A. Sher, and J. H. 

Kehrl. 2012. Activation of autophagy by inflammatory signals limits IL-ip production by 
targeting ubiquitinated inflammasomes for destruction. Nat Immunol 13: 255-263.

181. Harris, J., M. Hartman, C. Roche, S. G. Zeng, A. O'Shea, F. A. Sharp, E. M. Lambe, E. M. Creagh, 
D. T. Golenbock, J. Tschopp, H. Kornfeld, K. A. Fitzgerald, and E. C. Lavelle. 2011. Autophagy 
controls IL-lbeta secretion by targeting pro-IL-lbeta for degradation. J Biol Chem 286: 9587- 
9597.

182. Peral de Castro, C., S. A. Jones, C. Ni Cheallaigh, C. A. Hearnden, L. Williams, J. Winter, E. C. 
Lavelle, K. H. Mills, and J. Harris. 2012. Autophagy regulates IL-23 secretion and innate T cell 
responses through effects on IL-1 secretion. J Immunol 189: 4144-4153.

183. Tangye, S. G., and D. M. Tarlinton. 2009. Memory B cells: effectors of long-lived immune 
responses. EurJ Immunol 39: 2065-2075.

184. Dogan, I., B. Bertocci, V. Vilmont, F. Delbos, J. Megret, S. Storck, C. A. Reynaud, and J. C. Weill. 
2009. Multiple layers of B cell memory with different effector functions. Nat Immunol 10: 1292- 
1299.

185. Chu, V. T., and C. Berek. 2013. The establishment of the plasma cell survival niche in the bone 
marrow. Immunol Rev 251:177-188.

186. Radbruch, A., G. Muehlinghaus, E. 0. Luger, A. Inamine, K. G. Smith, T. Ddrner, and F. Hiepe. 
2006. Competence and competition: the challenge of becoming a long-lived plasma cell. Nat 
Rev Immunol 6: 741-750.

187. Taillardet, M., G. Haffar, P. Mondiere, M. J. Asensio, H. Gheit, N. Burdin, T. Defrance, and L. 
Genestier. 2009. The thymus-independent immunity conferred by a pneumococcal 
polysaccharide is mediated by long-lived plasma cells. Blood 114: 4432-4440.

188. Ahmed, R., and D. Gray. 1996. Immunological memory and protective immunity: understanding 
their relation. Science 272: 54-60.

189. Masopust, D., and L. J. Picker. 2012. Hidden memories: frontline memory T cells and early 
pathogen interception. J Immunol 188: 5811-5817.

190. Sallusto, F., D. Lenig, R. Forster, M. Lipp, and A. Lanzavecchia. 1999. Two subsets of memory T 
lymphocytes with distinct homing potentials and effector functions. Nature 401: 708-712.

191. Bevan, M. J. 2011. Memory T cells as an occupying force. EurJ Immunol 41:1192-1195.
192. Masopust, D., and J. M. Schenkel. 2013. The integration of T cell migration, differentiation and 

function. Nat Rev Immunol 13: 309-320.
193. Surh, C. D., and J. Sprent. 2008. Homeostasis of naive and memory T cells. Immunity 29: 848- 

862.
194. Masopust, D., V. Vezys, E. J. Wherry, D. L. Barber, and R. Ahmed. 2006. Cutting edge: gut 

microenvironment promotes differentiation of a unique memory CD8 T cell population. J 
Immunol 176: 2079-2083.

195. Aguilar, J. C., and E. G. Rodriguez. 2007. Vaccine adjuvants revisited. Vaccine 25: 3752-3762.
196. Ramon, G. 1925. Sur I'augmentation anormale de I'antitoxine chez les chevaux producteurs de

serum antidipherique. Bull. Soc. Cent. Med. Vet. 227-234.
197. Leroux-Roels, G. 2010. Unmet needs in modern vaccinology: adjuvants to improve the immune 

response. Vaccine 28 SuppI 3: C25-36.
198. Clements, C. J., and E. Griffiths. 2002. The global impact of vaccines containing aluminium 

adjuvants. Vaccine 20 SuppI 3: 524-33.
190



199. Fox, C. B., and J. Haensler. 2013. An update on safety and immunogenicity of vaccines 
containing emulsion-based adjuvants. Expert Rev Vaccines 12: 747-758.

200. Monto, A. S., and S. E. Ohmit. 2009. Seasonal influenza vaccines: evolutions and future trends. 
Expert Rev Vaccines 8: 383-389.

201. Cataldo, D. M., and G. Van Nest. 1997. The adjuvant MF59 increases the immunogenicity and 
protective efficacy of subunit influenza vaccine in mice. Vaccine 15:1710-1715.

202. Leroux-Roels, G. 2009. Prepandemic FI5N1 influenza vaccine adjuvanted with AS03: a review of 
the pre-clinical and clinical data. Expert Opin Biol Ther 9:1057-1071.

203. Didierlaurent, A. M., 5. Morel, L. Lockman, 5. L. Giannini, M. Bisteau, H. Carlsen, A. Kielland, 0. 
Vosters, N. Vanderheyde, F. Schiavetti, D. Larocque, M. Van Mechelen, and N. Garmon. 2009. 
AS04, an aluminum salt- and TLR4 agonist-based adjuvant system, induces a transient localized 
innate immune response leading to enhanced adaptive immunity. J Immunol 183: 6186-6197.

204. Gargon, N., M. Wettendorff, and M. Van Mechelen. 2011. Role of AS04 in human 
papillomavirus vaccine: mode of action and clinical profile. Expert OpIn Biol Ther 11: 667-677.

205. Belshe, R. B., P. A. Leone, D. I. Bernstein, A. Wald, M. J. Levin, J. T. Stapleton, I. Gorfinkel, R. L. 
Morrow, M. G. Ewell, A. Stokes-Riner, G. Dubin, T. C. Fleineman, J. M. Schulte, C. D. Deal, and FI. 
T. f. Women. 2012. Efficacy results of a trial of a herpes simplex vaccine. N EnglJ Med 366: 34- 
43.

206. Einstein, M. FI., M. Baron, M. J. Levin, A. Chatterjee, R. P. Edwards, F. Zepp, I. Carletti, F. J. 
Dessy, A. F. Trofa, A. Schuind, G. Dubin, and FI.-5. Group. 2009. Comparison of the 
immunogenicity and safety of Cervarix and Gardasil human papillomavirus (FIPV) cervical 
cancer vaccines in healthy women aged 18-45 years. Hum Vaccin 5: 705-719.

207. Goto, N., FI. Kato, J. Maeyama, M. Shibano, T. Saito, J. Yamaguchi, and 5. Yoshihara. 1997. Local 
tissue irritating effects and adjuvant activities of calcium phosphate and aluminium hydroxide 
with different physical properties. Vaccine 15:1364-1371.

208. Jiang, W., R. K. Gupta, M. C. Deshpande, and 5. P. Schwendeman. 2005. Biodegradable 
poly(lactic-co-glycolic acid) microparticles for injectable delivery of vaccine antigens. Adv Drug 
Deliv Rev 57: 391-410.

209. De Gregorio, E., U. D'Oro, and A. Wack. 2009. Immunology of TLR-independent vaccine 
adjuvants. Curr Opin Immunol 21: 339-345.

210. Flenriksen-Lacey, M., K. 5. Korsholm, P. Andersen, Y. Perrie, and D. Christensen. 2011. 
Liposomal vaccine delivery systems. Expert Opin Drug Deliv 8: 505-519.

211. Sanders, M. T., L. E. Brown, G. Deliyannis, and M. J. Pearse. 2005. ISCOM-based vaccines: the 
second decade. Immunol Cell Biol 83:119-128.

212. Grgacic, E. V., and D. A. Anderson. 2006. Virus-like particles: passport to immune recognition. 
Methods 40: 60-65.

213. Duthie, M. 5., FI. P. Windish, C. B. Fox, and 5. G. Reed. 2011. Use of defined TLR ligands as 
adjuvants within human vaccines. Immunol Rev 239:178-196.

214. Pizza, M., M. M. Giuliani, M. R. Fontana, E. Monaci, G. Douce, G. Dougan, K. FI. Mills, R. 
Rappuoli, and G. Del Giudice. 2001. Mucosal vaccines: non toxic derivatives of LT and CT as 
mucosal adjuvants. Vaccine 19: 2534-2541.

215. Sun, FI. X., Y. Xie, and Y. P. Ye. 2009. Advances in saponin-based adjuvants. Vaccine 27: 1787- 
1796.

216. Pichichero, M. E. 2008. Improving vaccine delivery using novel adjuvant systems. Hum Vaccin 4: 
262-270.

217. Flem, 5. L., and FI. Flogenesch. 2007. Relationship between physical and chemical properties of 
aluminum-containing adjuvants and immunopotentiation. Expert Rev Vaccines 6: 685-698.

218. Flem, 5. L., C. T. Johnston, and FI. FlogenEsch. 2007. Imject Alum is not aluminum hydroxide 
adjuvant or aluminum phosphate adjuvant. Vaccine 25: 4985-4986.

219. Glenny A. T., C. G. P., FI. Waddington, and U. Wallace. 1926. Immunological notes. XVII-XXIV. J 
Pathol Bacteriol 29(1): 31-40.

220. Beck, L., and FI. L. Spiegelberg. 1989. The polyclonal and antigen-specific IgE and IgG subclass 
response of mice injected with ovalbumin in alum or complete Freund's adjuvant. Cell Immunol 
123:1-8.

221. Rubin, R. L., F. L. Tang, A. FI. Lucas, FI. L. Spiegelberg, and E. M. Tan. 1986. IgG subclasses of anti
tetanus toxoid antibodies in adult and newborn normal subjects and in patients with systemic 
lupus erythematosus, Sjogren's syndrome, and drug-induced autoimmunity. J Immunol 137: 
2522-2527.

191



222. Conrad, M. L., A. 0. Yildirim, S. S, Sonar, A. Kili^, S. Sudowe, M. Lunow, R. Teich, H. Renz, and H. 
Garn. 2009. Comparison of adjuvant and adjuvant-free murine experimental asthma models. 
Clin Exp Allergy 39:1246-1254.

223. Letvin, N. L, B. R. Bloom, and S. L. Hoffman. 2001. Prospects for vaccines to protect against 
AIDS, tuberculosis, and malaria. JAMA 285: 606-611.

224. Gupta, R. K., B. E. Rost, E. Relyveld, and G. R. Siber. 1995. Adjuvant properties of aluminum and 
calcium compounds. Pharm Biotechnol 6: 229-248.

225. Burrell, L. S., C. T. Johnston, D. Schulze, J. Klein, J. L. White, and S. L Hem. 2000. Aluminium 
phosphate adjuvants prepared by precipitation at constant pH. Part I: composition and 
structure. Vaccine 19: 275-281.

226. Burrell, L. S., C. T. Johnston, D. Schulze, J. Klein, J. L. White, and S. L. Hem. 2000. Aluminium 
phosphate adjuvants prepared by precipitation at constant pH. Part II: physicochemical 
properties. Vaccine 19: 282-287.

227. Harris, J. R., A. Soliakov, R. J. Lewis, F. Depoix, A. Watkinson, and J. H. Lakey. 2012. Alhydrogel® 
adjuvant, ultrasonic dispersion and protein binding: a TEM and analytical study. Micron 43: 
192-200.

228. Harrison, W. T. 1935. Some Observations on the Use of Alum Precipitated Diphtheria Toxoid. 
Am J Public Health Nations Health 25: 298-300.

229. Munks, M. W., A. S. McKee, M. K. MacLeod, R. L. Powell, J. L. Degen, N. A. Reisdorph, J. W. 
Kappler, and P. Marrack. 2010. Aluminum adjuvants elicit fibrin-dependent extracellular traps 
in vivo. Blood 116: 5191-5199.

230. Brinkmann, V., U. Reichard, C. Goosmann, B. Fauler, Y. Uhlemann, D. S. Weiss, Y. Weinrauch, 
and A. Zychlinsky. 2004. Neutrophil extracellular traps kill bacteria. Science 303:1532-1535.

231. Hutchison, S., R. A. Benson, V. B. Gibson, A. H. Pollock, P. Garside, and J. M. Brewer. 2011. 
Antigen depot is not required for alum adjuvanticity. EASES J.

232. Flach, T. L., G. Ng, A. Hari, M. D. Desrosiers, P. Zhang, S. M. Ward, M. E. Seamone, A. Vilaysane, 
A. D. Mucsi, Y. Fong, E. Prenner, C. C. Ling, J. Tschopp, D. A. Muruve, M. W. Amrein, and Y. Shi. 
2011. Alum interaction with dendritic cell membrane lipids is essential for its adjuvanticity. Nat 
Med 17: 479-487.

233. Chichili, G. R., and W. Rodgers. 2009. Cytoskeleton-membrane interactions in membrane raft 
structure. Cell Mol Life Sci 66: 2319-2328.

234. Rimaniol, A. C., G. Gras, F. Verdier, F. Capel, V. B. Grigoriev, F. Porcheray, E. Sauzeat, J. G. 
Fournier, P. Clayette, C. A. Siegrist, and D. Dormont. 2004. Aluminum hydroxide adjuvant 
induces macrophage differentiation towards a specialized antigen-presenting cell type. Vaccine 
22: 3127-3135.

235. Gavin, A. L., K. Hoebe, B. Duong, T. Ota, C. Martin, B. Beutler, and D. Nemazee. 2006. Adjuvant- 
enhanced antibody responses in the absence of toll-like receptor signaling. Science 314: 1936- 
1938.

236. Eisenbarth, S. C, O. R. Colegio, W. O'Connor, F. S. Sutterwala, and R. A. Flavell. 2008. Crucial 
role for the Nalp3 inflammasome in the immunostimulatory properties of aluminium adjuvants. 
Nature ABB: 1122-U1113.

237. Kool, M., T. Soullie, M. van Nimwegen, M. A. M. Willart, F. Muskens, S. Jung, H. C. Hoogsteden, 
H. Hammad, and B. N. Lambrecht. 2008. Alum adjuvant boosts adaptive immunity by inducing 
uric acid and activating inflammatory dendritic cells. Journal of Experimental Medicine 205: 
869-882.

238. Sharp, F. A., D. Ruane, B. Claass, E. Creagh, J. Harris, P. Malyala, M. Singh, D. T. O'Hagan, V. 
Petrilli, J. Tschopp, L. A. J. O'Neill, and E. C. Lavelle. 2009. Uptake of particulate vaccine 
adjuvants by dendritic cells activates the NALP3 inflammasome. Proceedings of the National 
Academy of Sciences of the United States of America 106: 870-875.

239. Kool, M., V. Petrilli, T. De Smedt, A. Roiaz, H. Hammad, M. van Nimwegen, I. M. Bergen, R. 
Castillo, B. N. Lambrecht, and J. Tschopp. 2008. Cutting edge: alum adjuvant stimulates 
inflammatory dendritic cells through activation of the NALP3 inflammasome. J Immunol 181: 
3755-3759.

240. Hornung, V., F. Bauernfeind, A. Halle, E. 0. Samstad, H. Kono, K. L. Rock, K. A. Fitzgerald, and E. 
Latz. 2008. Silica crystals and aluminum salts activate the NALP3 inflammasome through 
phagosomal destabilization. Nat Immunol 9: 847-856.

241. McKee, A. S., M. W. Munks, M. K. L. MacLeod, C. J. Fleenor, N. Van Rooijen, J. W. Kappler, and 
P. Marrack. 2009. Alum Induces Innate Immune Responses through Macrophage and Mast Cell

192



Sensors, But These Sensors Are Not Required for Alum to Act As an Adjuvant for Specific 
Immunity. Journal of Immunology 183: 4403-4414.

242. Li, H., S. B. Willingham, J. P. Ting, and F. Re. 2008. Cutting edge: inflammasome activation by 
alum and alum's adjuvant effect are mediated by NLRP3. J Immunol 181:17-21.

243. Franchi, L., and G. Nunez. 2008. The Nlrp3 inflammasome is critical for aluminium hydroxide- 
mediated IL-1 beta secretion but dispensable for adjuvant activity. European Journal of 
Immunology 38: 2085-2089.

244. Kuroda, E., K. J. Ishii, S. Uematsu, K. Ohata, C. Coban, S. Akira, K. Aritake, Y. Urade, and Y. 
Morimoto. 2011. Silica crystals and aluminum salts regulate the production of prostaglandin in 
macrophages via NALP3 inflammasome-independent mechanisms. Immunity 34: 514-526.

245. Sun, H., K. G. Pollock, and J. M. Brewer. 2003. Analysis of the role of vaccine adjuvants in 
modulating dendritic cell activation and antigen presentation in vitro. Vaccine 21: 849-855.

246. Ghosn, E. E., A. A. Cassado, G. R. Govoni, T. Fukuhara, Y. Yang, D. M. Monack, K. R. Bortoluci, S. 
R. Almeida, and L. A. Flerzenberg. 2010. Two physically, functionally, and developmentally 
distinct peritoneal macrophage subsets. Proc Natl Acad Sci USA 107: 2568-2573.

247. Brewer, J. M., M. Conacher, A. Satoskar, FI. Bluethmann, and J. Alexander. 1996. In interleukin- 
4-deficient mice, alum not only generates T helper 1 responses equivalent to Freund's complete 
adjuvant, but continues to induce T helper 2 cytokine production. European Journal of 
Immunology 26: 2062-2066.

248. Brewer, J. M., M. Conacher, C. A. Flunter, M. Mohrs, F. Brombacher, and J. Alexander. 1999. 
Aluminium hydroxide adjuvant initiates strong antigen-specific Th2 responses in the absence of 
IL-4-or IL-13-mediated signaling. Journal of Immunology 163: 6448-6454.

249. McKee, A. S., M. MacLeod, J. White, F. Crawford, J. W. Kappler, and P. Marrack. 2008. Grl+IL-4- 
producing innate cells are induced in response to T(h)2 stimuli and suppress T(h)l-dependent 
antibody responses. International Immunology 20: 659-669.

250. Marichal, T., K. Ohata, D. Bedoret, C. Mesnil, C. Sabatel, K. Kobiyama, P. Lekeux, C. Coban, S. 
Akira, K. J. Ishii, F. Bureau, and C. J. Desmet. 2011. DNA released from dying host cells mediates 
aluminum adjuvant activity. Nat Med 17: 996-1002.

251. Kool, M., M. A. Willart, M. van Nimwegen, I. Bergen, P. Pouliot, J. C. Virchow, N. Rogers, F. 
Osorio, C. Reis E Sousa, FI. Flammad, and B. N. Lambrecht. 2011. An unexpected role for uric 
acid as an inducer of T helper 2 cell immunity to inhaled antigens and inflammatory mediator of 
allergic asthma. Immunity 34: 527-540.

252. McKee, A. S., M. A. Burchill, M. W. Munks, L. Jin, J. W. Kappler, R. S. Friedman, J. Jacobelli, and 
P. Marrack. 2013. Flost DNA released in response to aluminum adjuvant enhances MFIC class II- 
mediated antigen presentation and prolongs CD4 T-cell interactions with dendritic cells. Proc 
Natl Acad Sci U S A 110: E1122-1131.

253. Kung, T. T., FI. Jones, G. K. Adams, S. P. Umland, W. Kreutner, R. W. Egan, R. W. Chapman, and 
A. S. Watnick. 1994. Characterization of a murine model of allergic pulmonary inflammation. Int 
Arch Ailergy Immunol 105: 83-90.

254. Lindblad, E. B., M. J. Elhay, R. Silva, R. Appelberg, and P. Andersen. 1997. Adjuvant modulation 
of immune responses to tuberculosis subunit vaccines. Infect Immun 65: 623-629.

255. Arthur, L. 0., J. W. Bess, D. J. Waters, S. W. Pyle, J. C. Kelliher, P. L. Nara, K. Krohn, W. G. Robey, 
A. J. Langlois, and R. C. Gallo. 1989. Challenge of chimpanzees (Pan troglodytes) immunized 
with human immunodeficiency virus envelope glycoprotein gpl20. J Virol 63: 5046-5053.

256. Macleod, M. K., A. David, N. Jin, L. Noges, J. Wang, J. W. Kappler, and P. Marrack. 2013. 
Influenza nucleoprotein delivered with aluminium salts protects mice from an influenza A virus 
that expresses an altered nucleoprotein sequence. PLoS One 8: e61775.

257. MacLeod, M. K. L., A. S. McKee, A. David, J. Wang, R. Mason, J. W. Kappler, and P. Marrack. 
2011. Vaccine adjuvants aluminum and monophosphoryl lipid A provide distinct signals to 
generate protective cytotoxic memory CD8 T cells. Proceedings of the National Academy of 
Sciences of the United States of America 108: 7914-7919.

258. Dinarello, C. A., A. Simon, and J. W. van der Meer. 2012. Treating inflammation by blocking 
interleukin-1 in a broad spectrum of diseases. Nat Rev Drug Discov 11: 633-652.

259. Martinon, F., V. Petrilli, A. Mayor, A. Tardivel, and J. Tschopp. 2006. Gout-associated uric acid 
crystals activate the NALP3 inflammasome. Nature 440: 237-241.

260. Duewell, P., FI. Kono, K. J. Rayner, C. M. Sirois, G. Vladimer, F. G. Bauernfeind, G. 5. Abela, L. 
Franchi, G. Nunez, M. Schnurr, T. Espevik, E. Lien, K. A. Fitzgerald, K. L. Rock, K. J. Moore, S. D. 
Wright, V. Flornung, and E. Latz. 2010. NLRP3 inflammasomes are required for atherogenesis 
and activated by cholesterol crystals. Nature A6A: 1357-1361.

193



261. Halle, A., V. Hornung, G. C. Petzold, C. R. Stewart, B. G. Monks, T. Reinheckel, K. A. Fitzgerald, E. 
Latz, K. J. Moore, and D. T. Golenbock. 2008. The NALP3 inflammasome is involved in the innate 
immune response to amyloid-beta. Nat Immunol 9: 857-865.

262. Kayagaki, N., S. Warming, M. Lamkanfi, L Vande Walle, S. Louie, J. Dong, K. Newton, Y. Qu, J. 
Liu, 5. Heldens, J. Zhang, W. P. Lee, M. Roose-Girma, and V. M. Dixit. 2011. Non-canonical 
inflammasome activation targets caspase-11. Nature 479:117-121.

263. Miller, L. S., and J. S. Cho. 2011. Immunity against Staphylococcus aureus cutaneous infections. 
Nat Rev Immunol 11: 505-518.

264. Fantuzzi, G., G. Ku, M. W. Harding, D. J. Livingston, J. D. Sipe, K. Kuida, R. A. Flavell, and C. A. 
Dinarello. 1997. Response to local inflammation of IL-1 beta-converting enzyme- deficient mice. 
J Immunol 158:1818-1824.

265. Rider, P., Y. Carmi, 0. Guttman, A. Braiman, I. Cohen, E. Voronov, M. R. White, C. A. Dinarello, 
and R. N. Apte. 2011. IL-la and IL-ip recruit different myeloid cells and promote different 
stages of sterile inflammation. J Immunol 187: 4835-4843.

266. Coeshott, C., C. Ohnemus, A. Pilyavskaya, S. Ross, M. Wieczorek, H. Kroona, A. H. Leimer, and J. 
Cheronis. 1999. Converting enzyme-independent release of tumor necrosis factor alpha and IL- 
Ibeta from a stimulated human monocytic cell line in the presence of activated neutrophils or 
purified proteinase 3. Proc Natl Acad Sci U SA 96: 6261-6266.

267. Guma, M., L. Ronacher, R. Liu-Bryan, S. Takai, M. Karin, and M. Corr. 2009. Caspase 1- 
independent activation of interleukin-lbeta in neutrophil-predominant inflammation. Arthritis 
Rheum 60: 3642-3650.

268. Joosten, L. A., M. G. Netea, G. Fantuzzi, M. I. Koenders, M. M. Helsen, H. Sparrer, C. T. Pham, J. 
W. van der Meer, C. A. Dinarello, and W. B. van den Berg. 2009. Inflammatory arthritis in 
caspase 1 gene-deficient mice: contribution of proteinase 3 to caspase 1-independent 
production of bioactive interleukin-lbeta. Arthritis Rheum 60: 3651-3662.

269. Kono, H., G. M. Orlowski, Z. Patel, and K. L. Rock. 2012. The IL-l-dependent sterile 
inflammatory response has a substantial caspase-l-independent component that requires 
cathepsin C. J Immunol 189: 3734-3740.

270. Kayagaki, N., M. T. Wong, I. B. Stowe, S. R. Ramani, L. C. Gonzalez, 5. Akashi-Takamura, K. 
Miyake, J. Zhang, W. P. Lee, A. Muszyhski, L. S. Forsberg, R. W. Carlson, and V. M. Dixit. 2013. 
Noncanonical inflammasome activation by intracellular LPS independent of TLR4. Science 341: 
1246-1249.

271. Li, J., W. M. Brieher, M. L. Scimone, S. J. Kang, H. Zhu, H. Yin, U. H. von Andrian, T. Mitchison, 
and J. Yuan. 2007. Caspase-11 regulates cell migration by promoting Aipl-Cofilin-mediated 
actin depolymerization. Nat Cell Biol 9: 276-286.

272. von Kdckritz-Blickwede, M., and V. Nizet. 2009. Innate immunity turned inside-out: 
antimicrobial defense by phagocyte extracellular traps. J Mol Med (Berl) 87: 775-783.

273. Schorn, C., C. Janko, M. Latzko, R. Chaurio, G. Schett, and M. Herrmann. 2012. Monosodium 
urate crystals induce extracellular DNA traps in neutrophils, eosinophils, and basophils but not 
in mononuclear cells. Front Immunol 3: 111.

274. Matzinger, P. 1994. Tolerance, danger, and the extended family. Anna Rev Immunol 12: 991- 
1045.

275. Bianchi, M. E. 2007. DAMPS, PAMPs and alarmins: all we need to know about danger. J Leukoc 
Biol 81:1-5.

276. Jacobson, L. S., H. Lima, M. F. Goldberg, V. Gocheva, V. Tsiperson, F. 5. Sutterwala, J. A. Joyce, B. 
V. Gapp, V. A. Blomen, K. Chandran, T. R. Brummelkamp, F. Diaz-Griffero, and J. Brojatsch. 
2013. Cathepsin-mediated necrosis controls the adaptive immune response by Th2 (T helper 
type 2)-associated adjuvants. J Biol Chem 288: 7481-7491.

277. Rock, K. L., and H. Kono. 2008. The inflammatory response to cell death. Annu Rev Pathol 3: 99- 
126.

278. Meylan, E., and J. Tschopp. 2005. The RIP kinases: crucial integrators of cellular stress. Trends 
Biochem Sci 30:151-159.

279. Miao, E. A., J. V. Rajan, and A. Aderem. 2011. Caspase-l-induced pyroptotic cell death. Immunol 
Rev 243: 206-214.

280. Willingham, S. B., D. T. Bergstralh, W. O'Connor, A. C. Morrison, D. J. Taxman, J. A. Duncan, 5. 
Barnoy, M. M. Venkatesan, R. A. Flavell, M. Deshmukh, H. M. Hoffman, and J. P. Ting. 2007. 
Microbial pathogen-induced necrotic cell death mediated by the inflammasome components 
CIASl/cryopyrin/NLRP3 and ASC. Cell Host Microbe 2:147-159.

194



281. Schmitz, J., A. Owyang, E. Oldham, Y. L Song, E. Murphy, T. K. McClanahan, G. Zurawski, M. 
Moshrefi, J. Z. Qin, X. X. Li, D. M. Gorman, J. F. Bazan, and R. A. Kastelein. 2005. IL-33, an 
interleukin-l-like cytokine that signals via the IL-1 receptor-related protein ST2 and induces T 
helper type 2-associated cytokines. Immunity 23; 479-490.

282. Oshikawa, K., K. Yanagisawa, S. Tominaga, and Y. Sugiyama. 2002. Expression and function of 
the ST2 gene in a murine model of allergic airway inflammation. Clinical and Experimental 
Allergy 32:1520-1526.

283. Hung, L. Y., I. P. Lewkowich, L. A. Dawson, J. Downey, Y. Yang, D. E. Smith, and D. R. Herbert. 
2013. IL-33 drives biphasic IL-13 production for noncanonical Type 2 immunity against 
hookworms. Proc Natl Acad Sci USA 110: 282-287.

284. Scalfone, L. K., H. J. Nel, L. F. Gagliardo, J. L. Cameron, S. Al-Shokri, C. A. Leifer, P. G. Fallon, and 
J. A. Appleton. 2013. Participation of MyD88 and interleukin-33 as innate drivers of Th2 
immunity to Trichinella spiralis. Infect Immun 81:1354-1363.

285. Lima, H., L. S. Jacobson, M. F. Goldberg, K. Chandran, F. Diaz-Griffero, M. P. Lisanti, and J. 
Brojatsch. 2013. Role of lysosome rupture in controlling Nlrp3 signaling and necrotic cell death. 
Cell Cycle 12:1868-1878.

286. White, E. 2008. Autophagic cell death unraveled: Pharmacological inhibition of apoptosis and 
autophagy enables necrosis. Autophagy 4: 399-401.

287. Saitoh, T., N. Fujita, M. H. Jang, S. Uematsu, B. G. Yang, T. Satoh, H. Omori, T. Noda, N. 
Yamamoto, M. Komatsu, K. Tanaka, T. Kawai, T. Tsujimura, O. Takeuchi, T. Yoshimori, and S. 
Akira. 2008. Loss of the autophagy protein Atgl6Ll enhances endotoxin-induced IL-lbeta 
production. Nature 456: 264-268.

288. Ma, Y., L. Galluzzi, L. Zitvogel, and G. Kroemer. 2013. Autophagy and cellular immune 
responses. Immunity 39; 211-227.

289. Kroemer, G., and B. Levine. 2008. Autophagic cell death: the story of a misnomer. Nat Rev Mol 
Cell Biol 9:1004-1010.

290. Dupont, N., S. Jiang, M. Pilli, W. Ornatowski, D. Bhattacharya, and V. Deretic. 2011. Autophagy- 
based unconventional secretory pathway for extracellular delivery of iL-ip. EMBO J 30: 4701- 
4711.

291. Jiang, S., N. Dupont, E. F. Castillo, and V. Deretic. 2013. Secretory versus Degradative 
Autophagy: Unconventional Secretion of Inflammatory Mediators. J Innate Immun 5: 471-479.

292. Molofsky, A. B., J. C. Nussbaum, H. E. Liang, S. J. Van Dyken, L. E. Cheng, A. Mohapatra, A. 
Chawla, and R. M. Locksley. 2013. Innate lymphoid type 2 cells sustain visceral adipose tissue 
eosinophils and alternatively activated macrophages. J Exp Med 210: 535-549.

293. Imai, Y., K. Yasuda, Y. Sakaguchi, T. Haneda, H. Mizutani, T. Yoshimoto, K. Nakanishi, and K. 
Yamanishi. 2013. Skin-specific expression of IL-33 activates group 2 innate lymphoid cells and 
elicits atopic dermatitis-like inflammation in mice. Proc Natl Acad Sci U SA 110:13921-13926.

294. Yasuda, K., T. Muto, T. Kawagoe, M. Matsumoto, Y. Sasaki, K. Matsushita, Y. Taki, S. Futatsugi- 
Yumikura, H. Tsutsui, K. J. Ishii, T. Yoshimoto, S. Akira, and K. Nakanishi. 2012. Contribution of 
IL-33-activated type II innate lymphoid cells to pulmonary eosinophilia in intestinal nematode- 
infected mice. Proc Natl Acad Sci USA 109: 3451-3456.

295. Brewer, J. M., M. Conacher, M. Gaffney, M. Douglas, H. Bluethmann, and J. Alexander. 1998. 
Neither interleukin-6 nor signalling via tumour necrosis factor receptor-1 contribute to the 
adjuvant activity of Alum and Freund's adjuvant. Immunology 93: 41-48.

296. Sattler, S., H. H. Smits, D. Xu, and F. P. Huang. 2013. The evolutionary role of the IL-33/ST2 
system in host immune defence. Arch Immunol TherExp (Warsz) 61:107-117.

297. Brint, E. K., D. Xu, H. Liu, A. Dunne, A. N. McKenzie, L. A. O'Neill, and F. Y. Liew. 2004. ST2 is an 
inhibitor of interleukin 1 receptor and Toll-like receptor 4 signaling and maintains endotoxin 
tolerance. Nat Immunol 5: 373-379.

298. Jiang, H. R., M. Milovanovic, D. Allan, W. Niedbala, A. G. Besnard, S. Y. Fukada, J. C. Alves-Filho, 
D. Togbe, C. S. Goodyear, C. Linington, D. Xu, M. L. Lukic, and F. Y. Liew. 2012. IL-33 attenuates 
EAE by suppressing IL-17 and IFN-y production and inducing alternatively activated 
macrophages. EurJ Immunol A2:1804-1814.

299. Hoshino, K., S. Kashiwamura, K. Kuribayashi, T. Kodama, T. Tsujimura, K. Nakanishi, T. 
Matsuyama, K. Takeda, and S. Akira. 1999. The absence of interleukin 1 receptor-related 
T1/ST2 does not affect T helper cell type 2 development and its effector function. J Exp Med 
190: 1541-1548.

300. Belyakov, I. M., and J. D. Ahlers. 2009. What role does the route of immunization play in the 
generation of protective immunity against mucosal pathogens? J Immunol 183: 6883-6892.

195



301. Khader, S. A., G. K. Bell, J. E. Pearl, J. J. Fountain, J. Rangel-Moreno, G. E. Cilley, F. Shen, S. M. 
Eaton, S. L Gaffen, S. L Swain, R. M. Locksley, L Haynes, T. D. Randall, and A. M. Cooper. 2007. 
IL-23 and IL-17 in the establishment of protective pulmonary CD4+ T cell responses after 
vaccination and during Mycobacterium tuberculosis challenge. Nat Immunol 8: 369-377.

302. Ng, G., K. Sharma, S. M. Ward, M. D. Desrosiers, L. A. Stephens, W. M. Schoel, T. Li, C. A. Lowell,
C. C. Ling, M. W. Amrein, and Y. Shi. 2008. Receptor-independent, direct membrane binding 
leads to cell-surface lipid sorting and Syk kinase activation in dendritic cells. Immunity 29: 807- 
818.

303. Darrah, P. A., S. T. Hegde, D. T. Patel, R. W. Lindsay, L. Chen, M. Roederer, and R. A. Seder. 
2010. IL-10 production differentially influences the magnitude, quality, and protective capacity 
of Thl responses depending on the vaccine platform. J Exp Med 207:1421-1433.

304. Lindblad, E. B. 2004. Aluminium compounds for use in vaccines. Immunology and Cell Biology 
82: 497-505.

305. Muthumani, K., D. J. Shedlock, D. K. Choo, P. Fagone, 0. U. Kawalekar, J. Goodman, C. B. Bian, 
A. A. Ramanathan, P. Atman, P. Tebas, M. A. Chattergoon, A. Y. Choo, and D. B. Weiner. 2011. 
HIV-mediated phosphatidylinositol 3-kinase/serine-threonine kinase activation in APCs leads to 
programmed death-1 ligand upregulation and suppression of HIV-specific CD8 T cells. J 
Immunol 187: 2932-2943.

306. Trautmann, L., L. Janbazian, N. Chomont, E. A. Said, S. Gimmig, B. Bessette, M. R. Boulassel, E. 
Delwart, H. Sepulveda, R. S. Balderas, J. P. Routy, E. K. Haddad, and R. P. Sekaly. 2006. 
Upregulation of PD-1 expression on HIV-specific CD8+ T cells leads to reversible immune 
dysfunction. Nat Med 12:1198-1202.

307. Li, H. F., S. Nookala, and F. Re. 2007. Aluminum hydroxide adjuvants activate caspase-1 and 
induce IL-1 beta and IL-18 release. Journal of Immunology 178: 5271-5276.

308. Janeway, C. A. 1989. Approaching the asymptote? Evolution and revolution in immunology. 
Cold Spring Harb Symp Quant Biol 54 Pt 1:1-13.

309. Allen, J. E., and T. A. Wynn. 2011. Evolution of Th2 immunity: a rapid repair response to tissue 
destructive pathogens. PLoS Pathog 7: el002003.

310. Gause, W. C., T. A. Wynn, and J. E. Allen. 2013. Type 2 immunity and wound healing: 
evolutionary refinement of adaptive immunity by helminths. Nat Rev Immunol 13: 607-614.

311. Rosenberg, H. F., K. D. Dyer, and P. S. Foster. 2013. Eosinophils: changing perspectives in health 
and disease. Nat Rev Immunol 13: 9-22.

312. Goh, Y. P., N. C. Henderson, J. E. Heredia, A. Red Eagle, J. I. Odegaard, N. Lehwald, K. D. Nguyen,
D. Sheppard, L. Mukundan, R. M. Locksley, and A. Chawla. 2013. Eosinophils secrete IL-4 to 
facilitate liver regeneration. Proc Natl Acad Sci USA 110: 9914-9919.

313. Heredia, J. E., L. Mukundan, F. M. Chen, A. A. Mueller, R. C. Deo, R. M. Locksley, T. A. Rando, 
and A. Chawla. 2013. Type 2 innate signals stimulate fibro/adipogenic progenitors to facilitate 
muscle regeneration. Cell 153: 376-388.

314. Eming, S. A., T. Krieg, and J. M. Davidson. 2007. Inflammation in wound repair: molecular and 
cellular mechanisms. J Invest Dermatol 127: 514-525.

196





APPENDIX


