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Deciphering the C-Type Lectin Receptor Signaling Pathway in Macrophages in 

Response to Candida albicans 

Publication No.__________________ 

Sara Gorjestani, M.S.  

Supervisory Professor: Xin Lin, Ph.D. 

Candida albicans causes opportunistic fungal infections in humans and is a 

significant cause of mortality and morbidity in immune-compromised individuals. Dectin-2, 

a C-type lectin receptor, is required for recognition of C. albicans by innate immune cells 

and is required for initiation of the anti-fungal immune response. We set out to identify 

components of the intracellular signaling cascade downstream of Dectin-2 activation in 

macrophages and to understand their importance in mediating the immune response to C. 

albicans in vivo. Using macrophages derived from Phospholipase-C-gamma 1 and 2 (PLCγ1 

and PLCγ2) knockout mice, we demonstrate that PLCγ2, but not PLCγ1, is required for 

activation of NF-κB and MAPK signaling pathways after C. albicans stimulation, resulting 

in impaired production of pro-inflammatory cytokines and reactive oxygen species. PLCγ2-

deficient mice are highly susceptible to infections with C. albicans, indicating the 

importance of this pathway to the anti-fungal immune response. TAK1 and TRAF6 are 

critical nodes in NF-κB and MAPK activation downstream of immune surveillance and may 

be critical to the signaling cascade initiated by C-type lectin receptors in response to C. 

albicans. Macrophages derived from both TAK1 and TRAF6-deficient mice were unable to 

activate NF-κB and MAPK and consequently failed to produce inflammatory cytokines 

characteristic of the response to C. albicans. In this work we have identified PLCγ2, TAK1 

and TRAF6 as components of a signaling cascade downstream of C. albicans recognition by 

C-type lectin receptors and as critical mediators of the anti-fungal immune response. A 
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mechanistic understanding of the host immune response to C. albicans is important for the 

development of anti-fungal therapeutics and in understanding risk-factors determining 

susceptibility to C. albicans infection. 
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Chapter 1: Introduction 

 

1.1. Opportunistic fungal pathogens 

 

Of 1415 species of known pathogenic infectious organisms for humans, 307 species are 

fungi (1). The molds, which comprise the majority of fungal species, grow as multicellular 

filaments. The evolutionary advanced forms of molds grow hyphae containing septa, which 

divide the filaments. Fungal infections in humans can cause cutaneous, subcutaneous, 

allergic and systemic diseases. Fungal infections can be divided into two types. The first 

group is virulent fungi that are pathogenic regardless of an adequate host immune system 

such as Blastomyces, Histoplasma and Paracoccidiodies. The second group constitutes low 

virulence fungi that need immunocompromised host or an altered bacterial flora to manifest 

as an infection (2). The most common opportunistic fungal infections today are the 

Aspergillus and Candida species. 

Aspergillus species causing invasive infections have an incidence of 5-24% in acute 

leukaemia and 25-40% in chronic granulomatous disease (3). Candida species are the fourth 

most common bloodstream pathogen found in hospitals (4). Candida species are found as 

colonizers of the genitourinary, gastrointestinal tracts and at lower levels it is found on the 

skin. Of Candida species, Candida albicans is responsible for approximately 95% of vaginal 

Candida infections (5). From approximately 200 species of Candida only a few species are 

known to cause infections in humans. Aside from C. albicans, C. krusei, C. glabrata, C. 

parapsilosis are known for candidiasis (6). The bacterial flora at different body sites is a 



	
  
	
  
	
   	
  
	
  
	
  

	
   3	
  

major determinant of Candida colonization. Although the mechanisms are not well 

understood, competition for nutrients is thought to play a pivotal role. For example 

lactobacilli residing in the vagina produce lactic acid and hydrogen peroxide, which creates 

an environment that is not ideal for Candida growth (7). Furthermore the ability of C. 

albicans to adapt to different niches in the host is important for the switch to pathogenicity. 

In different host niches the accessibility to nutrients and pH varies (8). When colonization 

by C. albicans does occur, the host niche may change by C. albicans metabolizing nutrients 

thereby changing the pH and possibly damaging the host tissues (8). 

Candidemia can be a life-threatening infection, especially in immunocompromised 

and critically ill patients (9, 10). Although C. albicans still remains the predominant strain to 

cause candidemia, in recent years there has been a progressive shift in infections caused by 

non-albicans species (11, 12). The most common non-albicans species causing candidemia 

are Candida glabrata, followed by Candida krusei and Candida tropicalis (13). Candida 

infections can affect any hospitalized patient but are more common in certain populations, 

including patients with cancer, hematological malignancy or other immunosuppression. 

Factors predisposing all intensive care unit patients to candidemia include, intravascular 

catheters, use of broad-spectrum antibiotics, diabetes, transplantation, corticosteroid therapy, 

acute renal failure, haemodialysis and pancreatitis (14). 

 

1.2 Candida dimorphism 

Candida albicans is known to be able to grow in multiple morphological forms. At 

the epithelial surfaces Candida species colonize only as yeasts. Candida yeast are ellipsoid 
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single cells which divide by budding. In order to successfully invade the host tissue Candida 

hyphal growth is necessary which has been demonstrated by Candida mutants which are 

incapable of germinating (15). Hyphal growth starts from a germ tube that extends into a 

long filament where the cells are separated by septae (16). In between the yeast and hyphal 

forms C. albicans can also grow in a variety of forms referred to as pseudohyphae in which 

the daughter cell forms a septa but remains attached to the mother cells in an elongated 

form. The switch from yeast to filamentous form can be triggered by various environmental 

conditions. Experimentally, hyphal growth can be triggered from yeast cells by adding 

serum and culturing at temperatures of 37°C. In addition, Lee’s media which is nutrient-poor 

or chemical inducers such as N-acetyl-glucosamine, together with culturing at of 37°C can 

also induce hyphal growth (17). The yeast to hyphae transition is under transcriptional 

control and genes that regulate the hyphal stage are regulated by a complex network of 

signaling pathways (18). Serum-induced filamentation is under the control of the 

transcription factor Tec1 (19). Alkali induced filamentation is controlled by the transcription 

factor Rim101 (20). In addition to these transcription factors, there are numerous other 

transcription factors that have been shown to regulate yeast to hyphal transition under 

certain growth conditions (17).  

The cyclic AMP–protein kinase A complex (PKA) pathway is a major pathway in C. 

albicans, which can induce hyphal growth. A range of environmental signals can regulate 

cAMP-PKA activation, either by direct or indirect activation of adenylyl cyclase (21). When 

C. albicans is grown at high densities, this can lead to the accumulation of the quorum 

sensing molecule farnesol, that can downregulate cAMP-PKA signaling, thereby inhibiting 
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hyphal formation. This indicates that cell density at sites of infection can also affect C. 

albicans morphogenesis (22). 

In addition to the yeast to hyphal transition, C. albicans can also switch from a white 

round yeast morphology to an elongated form termed opaque, that has an altered cell surface 

structure (23). Most C. albicans strains are MTLa/α heterozygous and can produce the a1-α 

2 repressor, which inhibits white to opaque switching by inhibiting the expression of WOR1 

gene (24). The opaque cells are thought to be the mating-competent form of C. albicans and 

strains that are homozygous at the mating type locus (MTLa/α) are able to switch from the 

white to opaque form (25). 

The white to opaque switch can contribute to better adaptation of C. albicans to the 

host niches. The switch between white and opaque forms occurs at a low frequency. This 

low frequency of switching allows a partially stable maintenance of the white and opaque 

forms and ensures that in a population some cells are preadapted to altered environments 

when encountering new host niches (26). In host niches with lower temperatures, such as the 

skin, it is thought that C. albicans switching from white to opaque may facilitate mating 

(27). White to opaque switching not only occurs spontaneously but also can be induced by 

environmental signals. Anaerobic conditions can induce white to opaque switching that is 

mediated by the transcription factor Czf1p. This anaerobically induced switching can occur 

in the mammalian gastrointestinal tract at 37° (24). The white to opaque switching can 

influence virulence as macrophages preferentially phagocytose white cells (28).  
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1.3 Candida cell surface 

 

Candida cell wall is the first surface of physical interaction of the fungi with its host. 

The skeletal component of the cell wall is a structure of β-glucans and chitin. Aside from the 

skeletal components the cell wall matrix is composed of glycosylated proteins, which 

represent about 40% of the dry weight of the cell wall (29). Mannoproteins, which are used 

as markers for discriminating between fungal species, are bound to the β-glucan and chitin 

layer. β-(1,2)-mannans are absent in S. cerevisiae but are present in three different types in 

different Candida species (30, 31). From the polysaccharides in the fungal cell wall β-

glucans are the most abundant. They are found as β-(1-3)- linked glucose polymers that 

contain β-(1-6)-linked side chains. In order for the chains of β-(1-3)- glucans to grow, a 

transglycolysation of glucosyl residues from the UDP-glucose to polysaccharide chains must 

occur (32). Mannans and glucans can be released by C. albicans into the surrounding 

medium such as infected patients blood and in mouse models these molecules have been 

shown to induce coronary arthirits and anaphylactic shock (Nakagawa 2003). 

The cell wall proteins present in C. albicans are two classes. The most abundant 

class, glycophosphatidylinositol (GPI)-anchored cell wall proteins (GPI-CWPs) are linked to 

β-1,6- glucans.  The second class are named Pir proteins which are directly linked to β-1,3- 

glucans (33). From (GPI)-anchored cell wall proteins, the agglutinin-like sequence (ALS) 

gene family are the best characterized. These proteins promote the adhesion of C. albicans 

to host tissues (34, 35). Immunohistochemical approches show the expression of of ALS 

proteins in C. albicans infecting mouse liver, heart, lungs and kidneys (36). Cell wall 
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proteins can also affect the pathogenicity of C. albicans. Many C. albicans mutants that lack 

cell wall proteins have reduced virulence and extracted cell wall proteins can induce arthritis 

in mice (37). 

 

1.4 Innate immunity  

 
When infections occur, the host immune system has developed specific cellular and 

molecular mechanisms to fight infections. These reactions typically are accompanied by 

signs of an inflammatory response, which include heat, swelling and pain. The host anti-

fungal immune responses range from innate immune recognition to adaptive immunity. The 

phagocytic family of innate immune cells consists of neutrophils and macrophages. Innate 

immune cells can react to pathogens immediately through responses such as phagocytosis, 

production of reative oxygen species, production of lytic enzymes and nitric oxide (38). 

Neutrophils are the most abundant leukocyte in the blood and are the very first responders to 

infections due to their ability to rapidly cross through the vessel endotheliums and 

phagocytose and kill the pathogens in the infected tissues (39). Furthermore, tissue-resident 

dendritic cells and macrophages can produce an array of cytokines and chemokines to create 

a site of local inflammation. These secreted pro-inflammatory cytokines and chemokines 

alongside antigen presentation from innate immune cells are essential for initiating an 

adaptive immune response (40). In addition these cytokines and chemokines can interact 

with endothelial cells in capillary vessels at the sites of infection to loosen endothelial cell-

cell contact and produce specific adhesion molecules. These adhesion molecules are 
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important for the recruitment of phagocytes to endothelial cells and their invasion into 

infected tissue (41, 42). 

  The innate immune cells have evolved in a manner that they only recognize 

structures that are present on pathogens therefore, eliminating the possibility of attacking the 

host mammalian cells. These structures have been named pathogen-associated molecular 

patterns (PAMPs) and their respective receptors are now known as pattern recognition 

receptors (PRRs).  Neutrophils express moderate levels of Toll-like receptors (TLR) and 

high levels of Fc gamma receptors and complement receptors. Monocytes express moderate 

levels of C-type lectin receptors but high levels of TLRs. Macrophages and dendritic cells 

express high levels of both TLRs and C-type lectin receptors (43) (Table. 1).  In the 

following sections I will focus on C-type lectin receptors and their prominent role in 

mediating fungal immunity. 
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Table 1. Recognition of Fungi by Innate Immune System. 
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1.5 C-type lectin receptors  

 

C- type lectin- like receptors are a family of proteins that have been characterized by 

containing one or more C-type lectin-like domains.  The C-type lectin receptors are pattern 

recognition receptors that recognize carbohydrate structures with their extracellular carboxy-

terminal domains (44). On the basis of their domain organization and phylogeny, C-type 

lectin receptors have been divided into 17 families (45) but members of the group II and V 

have become of particular interest for their roles in mediating fungal immunity (45). The C-

type lectin receptors that are known to recognize C. albicans are Dectin-1, Dectin-2, Mincle 

and galectin-3. 

 

Dectin-1 is a fungal recognition receptor first identified on dendritic cells that signals using 

a non-classical immunoreceptor tyrosine-based activation motif (46). Dectin-1 is primarily 

expressed in myeloid lineage cells such as dendritic cells, macrophages and neutrophils (47). 

Dectin-1 is a glycosylated type II transmembrane protein, containing a extracellular C-type 

lectin domain (CTLD), a stalk region that links the CTLD through a transmembrane region 

to an intracellular tail containing a ITAM-like motif (47). Dectin-1 couples to Syk to induce 

the classical NF-κB pathway (48). Dectin-1 can also activate the non-classical NF-κB 

pathway by activating RelB (49). Dectin-1 can recognize β-1, 3 glucans and is required for 

phagocytosis (50, 51). Upon zymosan stimulation Dectin-1 and Syk are both required for 

ROS production (52-54). The importance of Dectin-1 in mediating antifungal immunity is 

highlighted in Dectin-1-deficient mice which display high mortality rates in systemic 
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infections with C. albicans and are impaired in cytokine production compared to WT 

controls (54). In a macrophage-specific Dectin-1-deficient mouse model, Dectin-1 is 

necessary to control fungal gastrointestinal infection (55). In humans polymorphisms in the 

Dectin-1 gene, which result in an early stop codon, implicate an important role for this 

receptor in antifungal immunity in humans. Patients homozygous for this mutation are more 

susceptible to mucocutaneous candidiasis and are defective in cytokine production (56). 

This indicates that the immune mechanisms recognizing the invasive hyphal form of 

Candida are intact in these patients.  

Aside from C. albicans, Dectin-1 can recognize Aspergillus fumigatus, which is a 

frequent fungal infection in immunosuppressed individuals causing invasive pulmonary 

aspergillosis (57). The recognition of A. fumigatus was dependent on the morphology since 

germ tubes were phagocytosed and killed by ROS but conidia could only induce these 

responses upon swelling that reveals concealed β-glucans (58). Dectin-1-deficient mice 

show increased mortality rates and impaired cytokine production in vivo in response to A. 

fumigatus infection (59). 

 

Dectin-2.  The Dectin-2 receptor was first identified in a murine langerhans cell line (60).  

The Dectin-2 receptor shows specificity for mannose structures (61). This receptor primarily 

recognizes hyphal forms of fungi (62). Dectin-2 contains a short N-terminal intracellular 

domain that associates with FcγR chain through the arginine residue in its cytoplasmic 

domain to induce its signaling (63). The generation of Dectin-2 knockout mice shows that 

Dectin-2 is the receptor recognizing α-mannans found in C. albicans cell wall. Interestingly 
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Dectin-2 does not recognize β-mannan because BMDCs stimulated with cell wall mannans 

that were depleted from β-mannans could still induce similar levels of cytokines compared 

to natural Candida mannans and in both cases Dectin-2-deficient BMDCs could not produce 

cytokines (64). Furthermore, Dectin-2 is the only Syk-coupled C-type lectin receptor to be 

asscociated with helminth infections. Dectin-2 can recognize soluble components from the 

eggs of Schistosoma mansoni, thereby activating Syk and the NLRP3 inflammasome (65). 

Allergens from dust mites (Dermatophagoides farinae and Dermatophagoides 

pteronyssinus) can also be recognized by Dectin-2, triggering the production of cysteinyl 

leukotriene (66). 

 

 

Mincle The macrophage inducible C-type lectin (Mincle) is characterized as a type II 

transmembrane protein, which has been shown to recognize C. albicans. Mincle- deficient 

mice appear to be more susceptible to C. albicans in vivo (67). Similar to the Dectin-2 

receptor, Mincle signaling depends on FcγR chain for its signaling and is thought to mediate 

its signaling through the Syk-CARD9 cascade (68). Although Mincle was not found to be 

involved in phagocytosis it has been shown to localize to the phagocytic cup (67).  

 

Galectin-3 can recognize β-1,2 linked mannosides (69) and direct binding of Galactin-3 to 

C. albicans has been shown to kill C. albicans (70). Galectin-3 can synergize with the 

Dectin-1 receptor in co-immunoprecipitation experiments. In macrophages in which 
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Galectin-3 has been knocked down there is a decrease in TNF-α production in response to 

C. albicans stimulation (71, 72). 

 

Dendritic cell-specific ICAM3-grabbing nonintegrin (DC-SIGN) is a receptor that 

contains a non-classical ITAM that recognizes high mannose structures. In addition DC-

SIGN has been shown to induce cellular responses namely phagocytosis (73). The role of 

this receptor in immune responses to fungi has not been elucidated but it has been proposed 

to modulate TLR-mediated responses through the Raf-kinase pathway (74). 

 

1.6. NF-κB activation 
 
 

The Nuclear Factor kappa B (NF-κB) is one of the most extensively studied 

inducible transcription factors. NF-κB was first described by Sen and Baltimore who 

identified it in B cells as a transcription factor that binds to the promoter of the kappa light 

chain of immunoglobulins (75). The NF-κB transcription factors consist of RelA, Rel B, c-

Rel, NF-κB1 (p50 and its precursor p105), and NF-κB2 (p52 and its precursor p100). These 

transcription factors play a crucial role in regulating the innate and adaptive immune system 

by controlling various processes that range from regulating the immune response to various 

stimuli to development of lymphocytes (76). The immune system responds to pathogens by 

activating the NF-κB pathway, which regulates the transcription of inflammatory genes. 

            The NF-κB signaling pathway is classified into two major pathways: the classical 

and non-classical NF-κB signaling pathways. The classical NF-κB pathway signaling 
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pathway is composed of p50: RelA and p50: c-Rel hetermodimers. These transcription 

factors translocate to the nucleus through the activation of the trimeric IκB kinase (IKK) 

complex, which consists of the catalytic subunits IKKα and IKKβ and the regulatory 

subunit IKKγ. The IKK complex becomes activated by the phosphorylation of the IKKα and 

IKKβ subunits (77) and the K63-linked ubiquitination of IKKγ (78-80). The mechanistic 

detail of how the IKK complex is activated differs between one receptor to another (81). In 

non-stimulated cells inhibitors of NF-κB, named IκB proteins retain NF-κB dimers in the 

cytoplasm. When receptors are engaged the IKK complex becomes activated and 

phosphorylates IκBα on Ser36 and Ser32. Phosphorylated IκBα then becomes ubiquitinated 

by the E3 ligase β-TrCP, leading to its subsequent K48-linked ubiquitination and 

degradation enabling the nuclear translocation of NF-κB (82, 83).  

                  The non-classical NF-κB pathways is activated by the TNF receptor superfamily 

members such as lymphotoxin β or CD40 causing the activation of NF-κB-inducing kinase 

(NIK) which in turn activates the IKKα subunits leading to the phosphorylation of p100. 

p100 can then be processed into p52 leading to the translocation of the p52/RelB dimer into 

the nucleus (84). The nuclear translocation of NF-κB enables this transcription factor to 

cooperate with other transcription factors, leading to the transcriptional induction of various 

genes, including growth factors, proinflammatory genes and anti-apoptotic proteins. The 

extracellular signaling that induces NF-κB is primarily received through transmembrane 

receptors of the TNF receptor superfamily such as Tumor Necrosis Factor alpha (TNFα), G-

protein-coupled receptors (GPCRs), receptor tyrosine kinases (RTKs), T cell and B cell 

antigen receptors (TCR, BCR) and Toll-like receptors (TLRs).  
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                 Although there has been a great deal of progress in understanding NF-κB 

signaling, the mechanistic details of how different receptors can activate the IKK complex 

still remains to be fully elucidated. Scaffold proteins have been shown to play receptor and 

tissue-specific roles in mediating NF-κB signaling (85, 86). A family of Caspase recruitment 

domain (CARD)-containing scaffold proteins which have been termed CARD-and 

membrane –associated guanylate kinase –like domain-containing proteins (CARMA), have 

been shown to regulate the IKK complex (87, 88). The CARMA family consists of five 

members that exhibit specific patterns in tissue distribution. CARMA1 is primarily 

expressed in hematopoietic tissues; CARD9 is expressed in the myeloid lineage of 

hematopoietic cells; CARMA3 is not expressed in hematopoietic cells but has a broad range 

of expression in other tissues; and CARMA2 is expressed in placenta (89, 90). These 

proteins have a similar structure in that they all contain a N-terminal CARD domain 

followed by a coiled-coil domain. CARMA1, CARMA2 and CARMA3 contain an 

associated guanuylate kinase –like domain (MAGUK) domain, which is thought to be 

important for plasma membrane localization. However, the CARD9 family member lacks 

the MAGUK domain (88). The CARMA family members can form a complex with BCL10 

and MALT, which is referred to as the CBM complex, leading to NF-κB activation (91, 92). 

In our studies we have focused on understanding how the NF-κB signaling pathway is 

activated downstream of C-type lectin receptors (CLRs). 

 

1.7 NF-κB activation by antigen receptor signaling 
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                 In the antigen receptor signaling pathway activation of the T cell receptor and B 

cell receptors lead to NF-κB activation. Upon receptor activation the tyrosines on the 

immunoreceptor tyrosine-based activation motifs (ITAMs) become phosphorylated by Src 

family kinases, Lck and Fyn. Syk tyrosine kinases Zap70 and Syk then get recruited and 

phosphorylate SLP-76 and LAT. Phosphorylation of SLP-76 in TCR signaling induces its 

binding to Vav1. The Vav1-SLP76-Tec family tyrosine kinase Itk complex activates PLCγ1, 

which can lead to the release of diacylglycerol (DAG), thus stimulating PKCs (93, 94). It is 

proposed that PKCθ can phosphorylate CARMA1, facilitating its associating with BCL10 

(93). The activated CARMA1-BCL10-MALT1 complex leads to IKK activation. Recently 

some components that were thought to be primarily involved in TLR/IL-1 receptor mediated 

NF-κB activation such as TAK1 and TRAF6 have been shown to be involved in TCR- 

mediated IKK activation. The TRAF6-MALT1 interaction can lead to the K63-linked 

polyubiquitination of IKKγ and IKK complex activation (95). 

 

1.8 Dectin-1 and Dectin-2 signaling  

 

              Dectin-1 and Dectin-2 are characterized as type II glycosylated transmembrane 

proteins containing single CRDs that are highly conserved in humans and mice. Dectin-1 

receptor contains a tyrosine-based activation motif (ITAM)-like motif or hemITAM in the 

intracellular region of this receptor whereas Dectin-2 does not have any known signaling 

motif in its cytoplasmic regions (96). Although ITAM associated receptor signaling has been 

well defined in T cells and B cells, in myeloid cells the components for this type of receptor 
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signaling was not known until recently. Studies by Rogers and colleagues (48) showed that 

Syk is the kinase in myeloid cells that is recruited to the ITAM in the intracellular region of 

Dectin-1, where it is phosphorylated and accumulates at the phogocytosis cup.   

           The Dectin-2 receptor utilizes Syk for its signal transduction. BMDCs stimulated 

with α-mannan or Dectin-2 monoclonal antibodies induced the production of TNF, IL-10 

and IL-2 cytokines that were decreased in Syk-deficient BMDCs compared to WT (64, 97). 

Downstream of Syk the adaptor protein CARD9 can form a complex with BCL10 and 

MALT1 (98). The adaptor protein CARD9 is critical for cytokine production downstream of 

Dectin-1 and Dectin-2. Furthermore the role of CARD9 in mediating anti-fungal immunity 

is shown in vivo with CARD9-deficient mice exhibiting higher susceptibility to C. albicans 

compared to WT mice (99, 100). 

           In humans, the role of CARD9 in immune protection against Candida infection is 

demonstrated in patients harboring mutations in CARD9 by increased susceptibility to 

infections with C. albicans (101). In our recent study we found that CARD9 is required for 

Dectin-2 but not Dectin-1 mediated NF-κB activation. In addition CARD9 is regulating the 

IKK complex by the polyubiqutination of IKKγ and does not affect IKKα/β phosphorylation 

status (62) (Figure 1). In addition to the Syk-dependent classical NF-κB pathway the non-

canonical NF-κB subunit RelB can be activated downstream of Dectin-1 but in a Syk- 

independent manner (49). Ligation of Dectin-1 activates Raf-1, promoting p65 activation 

and repressing RelB activation. 
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Figure 1. C-type lectin induced NF-κB activation in myeloid cells. The C-type lectin 

receptors Dectin-1, Dectin-2 and Mincle utilize ITAMs either directly or indirectly to recruit 

Syk, leading to the activation of the CARD9-BCL10-MALT1 complex and the subsequent 

activation of the IKK complex. 
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1.9 Adaptive anti-fungal immune response 

 

            The C-type lectin receptors Dectin-1 and Dectin-2 trigger innate immune responses, 

leading to adaptive immune responses, which include Th17, Th1 and cytotoxic T-cells. The 

differentiation of Th17 cells is induced by cytokines such as IL-1β, IL-6, TGF-β, IL-23 and 

IL-21 in addition to transcription factors such as γt and retinoic acid receptor-related orphan 

nuclear receptors (102). Stimulation of Dectin-1 by purified β-glucans on antigen presenting 

cells was shown to be able to induce the differentiation of Th1 and Th17 CD4+ T-cells in 

addition to CD8+ cytotoxic T cell responses (49, 103, 104). The signaling components in 

innate immune cells that are a driving force for Th17 development are not fully 

characterized but the Syk-CARD9 and the Raf-1 signaling pathways are shown to regulate 

Th17 inducing cytokine production such as IL-23 IL-1β, IL-6 and dampen the production of 

Th-2 cytokines such as IL-12 (49, 105).  

            There is emerging evidence for the role of Dectin-1 in regulating IL-17 production in 

humans during fungal infections. The identification of a polymorphism in the Dectin-1 

receptor in humans, which prevents the expression of Dectin-1 on the cell surface, showed 

that these individuals are defective in the production of cytokines such as IL-17 and are 

susceptible to mucocutaneous fungal infections (56). In a separate study Dectin-1 

polymorphism is linked to an increase in the incidence of graft-versus-host disease 

associated with increased Candida colonization (106). Recent studies demonstrate that the 

Dectin-2 receptor plays a prominent role in inducing Th17 and Th1 responses. Upon C. 

albicans infection, Dectin-2 by signaling through the Syk-CARD9 cascade, induces Th-1 
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and Th17 T helper cell differentiation (64, 97). In these studies, stimulation of dendritic cells 

with fungal particles leads to the induction of cytokines, which include IL-6, TNF, IL-1β 

and IL-23. 

 

1.10 Tissue invasion and mucosal colonization 

 

             C. albicans hyphae predominates at the primary site of infiltration into epithelial 

cells layers, whereas yeast cells are found either on the epithelial cell surface or emerge 

from penetrating hyphae that are infiltrating tissues (107). Aside from phagocytic cells, C. 

albicans interacts with mucosal epithelial cells. Mucosal epithelial cells can recognize fungi 

and respond by producing cytokines (108, 109). In healthy individuals where small yeast 

numbers are present, epithelial cells are not damaged to trigger the production of cytokines. 

Upon crossing tissue surfaces, C. albicans can cause invasive infections. Hyphae can cause 

more epithelial damage than yeast through the production of lytic enzymes such as secreted 

asparyl proteinases (SAPs) (110, 111). Both yeast and hyphae can induce endocytosis by 

epithelial cells (112, 113), although hyphae are thought to be more efficient in stimulating 

this process (113). Epithelial cells discriminate between yeast cells and invasive hyphae by a 

two-phase MAPK pathway activation process (114). Epithelial cells in the first phase of 

MAPK activation activate the transcription factors FOS and JUN through p38 MAPKs. This 

initial MAPK activation is independent of the morphological status of C. albicans. The 

second phase of MAPK activation can only be induced by hyphae and not by the yeast form. 

In the second phase the transcription factor MAPK phosphatase 1 is activated by ERK1/2 
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and p38 MAPKs. In addition to epithelial cells, DCs and tissue resident macrophages 

constantly sample the contents of mucosal flora. However, the mechanisms that allow these 

cells to discriminate between yeast and hyphal forms need further investigation. One 

proposed model for the discrimination between the yeast and hyphal forms of C. albicans by 

mucosal immune cells is the ability to activate the NLRP3 inflammasome in these cells. In 

macrophages only hyphae can induce the activation of the NLRP3 inflammasome to induce 

IL-1β secretion (114). Under normal conditions of C. albicans colonization, no substantial 

activation of the NLRP3 inflammasome occurs and therefore low levels of pro-IL-1β is 

processed by DCs only. However, the germination of yeast cells into hyphae triggers 

NLRP3 inflammasome activation in macrophages and DCs, leading to high levels of IL-1β 

processing (115). Secretion of IL-1β by mucosal immune cells leads to the induction of 

Th17 cells, which produce IL-17 and IL-22 cytokines. IL-22 can induce the production of 

defensins by epithelial cells (116) and IL-17 recruits neutrophils to phagocytose and kill 

hyphae (117) . Furthermore damaged epithelial cells can release ATP which also in a known 

activator of NLRP3 inflammasome (118). 

 

1.11 Evasion of Candida from the host defense 

 

             One mechanism, which Candida uses to escape phagocytosis, is the shielding of 

important PAMPs from being recognized by pattern recognition receptors. β-glucan is 

shielded by the outer cell wall components, which prevents its recognition by Dectin-1 (53). 

In heat-killed C. albicans, which the architecture of the cell wall is disrupted, significant 
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amounts of cytokines are induced compared to live C. albicans, due to the exposure of β-

glucans (119). An important process for killing of C. albicans is the fusion of the 

phagosome with the lysosomes. Candida can inhibit the formation of phagolysosomes and 

wild-type C. albicans compared to nonfilamentous mutants has a higher capacity to control 

phagosomal composition (120). The production of ROS is an important antifungal 

mechanism is phagocytes. Candida species have evolved several defense strategies to 

counteract ROS. For example C. albicans strains that are defective in catalase production are 

less virulent and are cleared faster compared to WT strains in an experimental model (121). 

Although the recognition of fungal cell wall components are necessary for ROS production, 

Candida viability is necessary for the suppression effect (122). The quorum-sensing 

molecule farnesol is shown to decrease macrophage viability by inducing ROS (123). 

Furthermore, farnesol can protect C. albicans from oxidative stress by upregulating SOD2, 

SOD4 and CAT1 (124). It also has been demonstrated that macrophages produce higher 

levels of IL-6 when stimulated with WT C. albicans compared to farnesol-deficient strain 

(125). Although the majority of studies have focused on the mechanisms which Candida 

induces cytokine production in the host, little is known about how C. albicans exploits host 

cytokine production. Recently, it was shown that C. albicans could actively inhibit the 

host’s IL-17 production by altering host tryptophan metabolism. In this study C. albicans 

could shift tryptophan metabolism by inhibiting indoleamine 2,3-dioxygenase (IDO) 

expression, leading to more 5-hydroxytryptophan metabolites, subsequently inhibiting host 

IL-17 production (126).  
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1.12 Phospholipase gamma family 

 

In response to stimuli, activated cells amplify incoming signals by producing second 

messengers that link receptors to intracellular pathways. Inositol-1,4,5-trisphosphate 

(Ins (1,4,5)P3) and diacylglycerol (DAG) are essential second messengers that are produced 

by phospholipase C (PLC). The PLC enzymes contain a N-terminal PH domain, a catalytic 

triose phosphate isomerase (TIM) barrel, four EF-hands, and a C2 domain (127). 

In mammals there are two PLC-γ isoenzymes (PLCγ1 and 2). PLC-γ1 is expressed 

ubiquitously whereas PLC-γ2 is primarily expressed in hematopoietic cells (128) . The PLC-

γ isoforms are structurally different from other PLC enzymes due to a unique split PH 

domain, a SH3 domain and two SH2 domains. Most growth factor receptors that contain 

tyrosine kinase activity (RTKs) use PLC-γ isozymes, which cause dimerization and 

autophosphorylation of RTKs, creating docking sites for the SH2 motifs of PLC-γ isozymes 

(129, 130). In addition, PLC-γ members can be activated downstream of receptors lacking 

intrinsic tyrosine kinase activity such as B-cell and T cell immunoreceptors (131, 132). In 

these cells PLC-γ gets activated by immunoreceptor tyrosine-based activation motifs 

(ITAMs), which are coupled to the receptors. In T cells upon activation of the T cell 

receptor, Zap70 is recruited into the signaling complex by its SH2 domains (133). Zap70 

then tyrosine phosphorylates LAT and SLP-76, which are adaptor proteins (134). PLC-γ1 is 

then able to bind to SLP-76 and LAT by its N-terminal SH2 and SH3 domains respectively. 

In hematopoietic cells, PLC-γ signaling has been studied in the B-cell antigen receptor 

(BCR) pathway. In B cells upon phosphorylation of ITAMs, the spleen tyrosine kinase (Syk) 
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is recruited to the complex where it phosphorylates SLP-65 (135). SLP65 can interact with 

PLC-γ2 and Burton tyrosine kinase. Thus, the kinases Syk and Btk are thought to be 

responsible for the phosphorylation of PLC-γ2 (136).  

The goal of our study was to identify components of the intracellular signaling 

cascade downstream of C-type lectin receptor activation in macrophages and to understand 

their importance in mediating the immune response to C. albicans in vivo. A mechanistic 

understanding of the host immune response to C. albicans is important for the development 

of anti-fungal therapeutics and in understanding risk-factors determining susceptibility to C. 

albicans infection. 
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Chapter 2: Methods and Materials 

 

2.1 Generation of Bone Marrow Derived Macrophages (BMDM) 

 

Primary cultures of bone marrow-derived macrophages (BMDMs) were prepared as 

previously described (100, 137, 138). Briefly, bone marrow cells were harvested from the 

femurs and tibias of mice. Erythrocytes were removed from cells samples by subjecting the 

samples to ACK buffer, which is a hypotonic solution. Cells were cultured for 7 days in 

DMEM containing 20% FBS, 55 µM β-mercaptoethanol, streptomycin (100 µg/ml), 

penicillin (100 U/ml), and 30% conditioned media from L929 cells overexpressing 

macrophage colony-stimulating factor (M-CSF) and plated on 150 cm petri dishes. Non-

adherent cells were removed and after 7 days of differentiation the cultures were confluent 

and the cells were used for experiments. . Flow cytometry analysis indicated that the 

harvested cell population contained 86–95% CD11b+ F4/80+cells as assessed. 

 

2.2  Lentivirus-encoded shRNA knockdown of Dectin-2 in BMDMs 

 

The lentiviral vectors for Dectin-2 were purchased from Sigma. Lentiviral particles for 

infection were prepared by transfection of 293T cells (62). Mouse bone marrow cells were 

infected with virus on days 1 and 3 by spinoculation followed by incubating the cells for 4 

hours with the prepared lentivirus and selected with 2 µg/ml puromycin on day 5 of culture. 
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2.3 C. albicans preparation 

 

Candida albicans (strain SC5314) (139) was kindly provided by Dr. Michael C. Lorenz 

(Department of Microbiology and Molecular Genetics, University of Texas Medical School 

at Houston). A single colony of C. albicans was grown overnight at 30°C in yeast peptone 

dextrose media. The cells were washed three times with PBS and	
  then	
  used	
  as live yeast. 

For hyphae, the washed yeast cells were re-suspended in DMEM with 10% FCS and grown 

at 37°C for 3 hours, and	
  washed	
  in	
  PBS. The hyphae were then used for live stimulations. 

For heat-killed yeast the cells were incubated at 65°C for one hour. 

 

2.4 In vivo C. albicans infection 

 

For in vivo C. albicans infection, male mice aged at 8-14 weeks were injected with 2 x 105 

or 1x106 live C. albicans in 0.3 ml of PBS (pH 7.4). The mice infected were monitored daily 

to determine survival curves. Candidal burden was determined by killing the mice 42 hours 

after infection and harvesting and homogenizing their kidneys, lungs, livers, and spleens. 

Fungal colony formation units were quantified by plating serial dilutions of the 

homogenized organs on yeast extract peptone dextrose (YPD) agar. For histological 

analysis, the tissue sections were cut and stained for glycogen using Periodic Acid-Schiff or 

hematoxylin and eosin. 
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2.5 Reactive oxygen species (ROS) production assay 

 

For ROS production evaluation, 1x105 BMDMs were washed with Hank’s balanced salt 

solution without phenol red. Then 100 µL Hank’s balanced-salt solution containing 100 µM 

luminol and 5 units of horseradish peroxidase (Sigma) were added to the cells and the cells 

were incubated for 10 minutes at 37°C, The cells were then stimulated with either hyphae 

(multiplicity of infection [MOI]=2) or phorbol myristate acetate (PMA). ROS production 

was measured every 3 minutes using a luminometer. 

 

2.6  Electrophoretic Mobility Shift Assay (EMSA) 

 

BMDMs (7x106) were lysed in 250 µL of lysis buffer containing 10 mM KCl, 10 mM 

HEPES, 0.1 mM EDTA, 0.4% Nonidet P-40, 0.5 mM PMSF, 1 mM dithiothreitol and 1% 

protease inhibitor cocktail followed by a minute centrifugation at 13000 RPM at 4°C. The 

supernatant were removed and the nuclear pellet was washed once with lysis buffer. Nuclear 

extraction (30 µL) buffer containing 0.4 M NaCl, 20 mM HEPES, 1 mM EDTA and 0.5 mM 

PMSF, 1% protease inhibitor and 1 mM dithiothreitol was added to the nuclear pellet and 

the pellet was vortexed for 30 minutes at 4°C.  The nuclear proteins were collected by 

centrifugation at 13000 RPM for 10 minutes at 4°C and protein concentration was assessed 

by Bio-Rad protein assay (Bio-Rad).  Nuclear extracts (5 µg) were incubated with 32 P-

labeled NF-κB or Oct-1 probe (Promega) for 15 minutes at 25°C.  The mixtures were then 
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run on a 6% polyacrylamide gel for 85 minutes at 220 volts at room temperature. The gels 

were dried for 1 hour at 85°C on a vacuum gel dryer and exposed to X-ray fim. 

 

2.7 Cytokine production 

 

The amount of secreted TNF-α, IL-2, IL-6, IL-10, IL-12p40 and IL-1β in the culture 

supernatants was measured using ELISA according to the manufacturers recommendation 

(eBioscience, San Diego, USA). In order to increase sensitivity the supernatants were 

incubated on the ELISA plates coated with the primary antibody overnight at 4°C. 

 

2.8 Western blot analysis and immunoprecipitation 

 

To prepare proteins lysates for western blot analysis cells were lysed in 150 or 250 mM 

NaCl lysis buffer containing 50 mM HEPES, 1 mM EDTA, 1% Nonidet P-40, 1 mM 

Na3VO4, 1 mM NaF, 1 mM PMSF, 1 mM dithiothreitol and protease inhibitor cocktail 

(Roche Diagnostics, Mannheim, Germany) for 20 minutes at 4°C on a rocker. The lysates 

were centrifuged for 15 minutes at 13000 RPM at 4°C. The supernatants were collected and 

denatured with 4X SDS loading dye (20% β-mercaptoehanol, 240 mM Tris-Cl pH 6.8, 8% 

SDS, 0.2% bromophenol blue, 40% glycerol).  In experiments where immunoprecipitation 

was performed cell lysates that were prepared as described above were added to either 

protein A, G, FLAG or HA conjugated sepharose beads (Roche) that had been washed with 

lysis buffer and incubated with antibody for 10 minutes on ice in the cases were protein A or 
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G sepahrose beads were used. The samples were rotated at 4°C for 4-16 hours. The beads 

were then washed 4 times with lysis buffer. In experiments where elution of the target 

protein from FLAG-conjugated sepharose beads was needed the beads were incubated with 

elution buffer (50 mMTris-HCl, pH 7.5, 150 mM NaCl, 0.5 % NP40) and 0.5 mg/ml of 

FLAG peptide for 30 minutes then pelleted and fresh elution buffer containing FLAG 

peptide was added. This step was repeated 4 times. After immuoprecipitation and the 

washing steps, equal amount of 4X SDS loading dye was added to the beads to elute the 

target immunoprecipitated protein. Samples were then subjected to electrophoresis. The 

SDS-PAGE gels were either stained directly using sypro ruby or silver staining methods or 

they were transferred to a nitrocellulose membrane for at least 1 hour at 90 volts. 

Membranes were blocked with TBST containing 5% milk or BSA for 30 minutes.  Primary 

antibodies were diluted in TBST containing 1% BSA overnight or for one hour. Secondary 

antibodies were diluted in TBST containing 5% milk or BSA for 1 hour. The membranes 

were washed 3 times for 15 minutes each and were incubated with ECL substrate and 

exposed to the autoradiography film. 

 

2.9 Mass spectrometry 

 

Sypro ruby stained gels were visualized on a transilluminator by UV fluorescence. Gradient 

precast gels were purchased from BioRad and bands were excised from the gel using an 

ethanol rinsed scalpel. To reduce keratin contamination all procedures were performed by 

regularly changing gloves. The acrylamide gel slices were sent to the proteomics and mass 
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spectrometry facility according to the facility procedures. In gels stained by silver staining 

all procedures were done according to the manufactures protocols (Invitrogen). 

 

2.10 Calcium phosphate transfection 

 

HEK 293T cells were plated at 4.5 x104 /cm2 in DMEM containing 10% FBS and 1% 

penicillin/ streptomycin overnight. DNA (5 µg) was the maximum amount used per 106 cells 

which was mixed with 2x HBSS (280 mM NaCl, 10 mM KCl, Na2HPO4 ,12 mM Dextrose, 

59 mM HEPES), then slowly mixed with 2 M CaCL2 . After 30 minutes of incubation at 

room temperature, the mixture was gently added to the cells. 

 

2.11 Cell culture and transfection  

 

Raw264.7 cells were cultures in RPMI containing 10% FBS and 1% penicillin/ 

streptomycin. Raw264.7 was stably infected with retrovirus. Cells were rested for three days 

followed by puromycin (2 µg/ml) drug selection. 
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Chapter 3 

Phospholipase C γ2 is a critical component of the Dectin-2 signaling pathway and 

mediates innate antifungal immune responses. 
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Chapter 3: Phospholipase Cγ2 is a critical component of the Dectin-2 signaling 

pathway and mediates innate antifungal immune responses. 

 

3. 1. Background 

 

In humans with immunocompromised immune systems the dimorphic fungus C. 

albicans causes a range of infection manifestations, from superficial and mucosal to lethal 

bloodstream infections. The innate immune cells such as neutrophils and macrophages play 

an essential role in antifungal host defense (43). The C-type lectin receptors Dectin-1 and 

Dectin-2 are important pattern recognition receptors for recognizing C. albicans cell wall 

components and initiating an immune response. β-glucan carbohydrate structures are 

recognized by Dectin-1 receptor (53, 140). These β-glucan structures are buried by 

mannoproteins in the yeast form of C. albicans but they can be exposed when the yeast 

transforms into the hyphal form (141) thereby providing an opportunity for the Dectin-1 

receptor to interact with β-glucan to induce cytokine production. The Dectin-2 receptor 

recognizes the mannan coat in the cell wall of C. albicans hyphae (63, 64). Although the 

signaling pathway components utilized by Dectin-1 and Dectin-2 are not fully characterized, 

Syk is the major kinase in this pathway leading to multiple signaling cascades (48, 97, 142-

144).  Syk is not only important in C-type lectin receptor signaling pathways but also in B 

cell receptor signaling. In B cell receptor signaling, PLCγ2 plays an essential role to mediate 

downstream receptor signaling. PLCγ can hydrolyze phosphatidylinositol 4,5-bisphosphate 

to diacylglycerol and inositol 1,4,5-triphosphate (145). In the cells of the hematopoietic 
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system, both isoforms of PLCγ, PLCγ1 and PLCγ2 are expressed. Studies performed in 

dendritic cells show that in response to β-glucan found in zymosan and curdlan preparations 

both isoforms of PLCγ can be activated through the Dectin-1 receptor (146, 147).  In our 

studies, we demonstrate that macrophages specifically utilize PLCγ2 but not PLCγ1 

downstream of the Dectin-2 receptor in response to C. albicans infection. Using mouse 

models deficient in PLCγ1or PLCγ2, we demonstrate the key role of the PLCγ2 isoform in 

mounting an immune response by the production of essential cytokines and the generation of 

reactive oxygen species, which are essential to host defense to C. albicans.  
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3.2. Results 

 

3.2.1 Hyphae stimulation leads to PLCγ2 phosphorylation through the Dectin-2 

receptor 

A previous study in bone marrow derived dendritic cells showed that in response to 

zymosan, which is a fungal cell wall extract derived from Saccharomyces cerevisiae both 

PLCγ1 and PLCγ2 are phosphorylated. To determine whether C. albicans can activate 

PLCγ2 in macrophages, we examined PLCγ2 phosphorylation in BMDMs after infecting 

them with C. albicans hyphae. Stimulation of BMDMs with C. albicans led to an inducible 

phosphorylation of PLCγ2 (Figure 3.2.1 A). This result indicated that PLCγ2 becomes 

activated in response to C. albicans infection.  Since both C-type lectin receptors Dectin-1 

and Dectin-2 are involved in antifungal innate immune responses, we evaluated whether 

PLCγ2 activation in response to hyphae is induced through these receptors. We utilized 

BMDMs from Dectin-1 knockout mice or BMDMs, which were previously treated with 

shRNA to Dectin-2 during their differentiation process. Consistent with previous findings 

from our lab which showed that hyphae-induced signal transduction primarily was initiated 

through the Dectin-2 receptor and not Dectin-1; we observed that PLCγ2 phosphorylation 

was dependent on Dectin-2 but not Dectin-1 (Figure 3.2.1 B and Figure 3.2.2). These results 

indicate that PLCγ2 is an important component of the Dectin-2 signaling pathway in innate 

immune cells. 
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Figure 3.2.1. Dectin-2 is required for C. albicans-induced PLC γ2activation. A, wild-

type macrophages were stimulated with C. albicans hyphae (MOI: 1) and the 

phosphorylation of PLCγ2 was examined by Western blotting. B, BMDMs were infected 

with lentivirus encoding Dectin-2 shRNA or GFP shRNA, then selected with puromycin, 

and stimulated on day 9 with C. albicans hyphae (MOI: 1) at different times. Cell lysates 

were subjected to Western blotting analysis using indicated antibodies. 
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Figure 3.2.2. Hyphae induced phosphorylation of PLCγ2 is not mediated through 

Dectin-1. WT and Dectin-1-/- BMDMs were stimulated with C. albicans hyphae (MOI: 1) or 

LPS (100 ng/ml) for the indicated times. Cell lysates were subjected to Western blotting 

analysis using the indicated antibodies. 
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3.2.2 PLCγ2 is required for C. albicans infection-induced NF-κB activation  

 

We next sought to identify the PLCγ2-dependent signaling pathways in macrophages 

and determine whether these signaling pathways are redundant in response to yeast and 

hyphal forms of C. albicans. Both the hyphal and yeast forms of C. albicans activate the 

transcription factor NF-κB. We stimulated PLCγ2-deficient BMDMs with the yeast and 

hyphal form of C. albicans and evaluated the DNA-binding activity of NF-κB transcription 

factor. We found that in response to both yeast and hyphal forms of C. albicans  (Figure 

3.2.3 A and B) PLCγ2-deficient macrophages were defective in NF-κB activity compared to 

WT macrophages. The dectin-1 receptor has been shown to cooperate with TLR2 to induce 

cytokine production in response to fungal infections (52, 148). Therefore, we examined the 

role of MyD88 in regulating NF-κB activation in response to hyphal and yeast forms of C. 

albicans. In contrast to PLCγ2 -deficiency, loss of MyD88 did not affect NF-κB activation 

(Figure 3.2.3 B and D). 

Considering that in the BCR signaling pathway both Syk and PLCγ2 are critical 

components for transducing signals, we investigated whether other components of BCR 

signaling, which mediate PLCγ2 activation, are required for fungal-induced NF-κB 

activation. Burtons tyrosine kinase (BTK) is known to be essential to activate PLCγ2 in the 

BCR signaling pathway (149), we evaluated the role of BTK in fungal-mediated NF-κB 

activation. We used the BTK inhibitor LFM-A13 to pretreat macrophages before 

challenging with C. albicans hyphae. We found that the BTK inhibitor did not affect PLCγ2 

phosphorylation and NF-κB activation in response to C. albicans hyphae (Figure 3.3.4).  
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This finding indicates that although PLCγ2 is both used in BCR signaling and innate fungal 

recognition, these signaling pathways are not redundant. The IKK complex is regulated by 

two signaling events. The ubiquitination of Nemo is regulated by the CBM complex (62, 

150) whereas the phosphorylation of IKKα/β is mediated through an independent signal. 

The adaptor protein CARD9 regulates Nemo ubiquitination, whereas Syk mediates IKKα/β 

phosphorylation. We next examined how PLCγ2 regulates the IKK complex.  We found that 

unlike CARD9-deficient macrophages, PLCγ2-deficient macrophages were defective in the 

phosphorylation of IKKα/β upon stimulation with hyphae (Figure 3.2.5). 

The adaptor protein CARD9 forms a complex with BCL10 to mediated downstream 

signaling events. We investigated the effect of PLCγ2 on the association of CARD9 with 

BCL10, by immunoprecipitating endogenous CARD9 from WT and PLCγ2-deficient 

macrophages that were stimulated with hyphae. Interestingly we did not observe any 

difference in CARD9-BCL10 association between WT and PLCγ2-deficient macrophages 

(Figure 3.2.6). These results suggest that PLCγ2 functions as a critical enzyme downstream 

of Syk and can regulate the IKK complex independent of CARD9. 
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Figure 3.2.3.  NF-κB activation induced by C. albicans hyphae and yeast is PLCγ2-

dependent. A and B, WT and PLCγ2-deficient BMDMs were either untreated or treated 

with C. albicans hyphae (MOI: 1) (A) or heat-inactivated yeast (MOI: 5) (B) for 90 min. The 

nuclear extracts were prepared from these cells and then subjected to the electrophoretic 

mobility shift assay using 32P-labeled NF-κB or OCT-1 probe. C and D, WT and Myd88-/- 

BMDMs were stimulated with C. albicans hyphae (MOI: 1) (C) or heat-inactivated yeast 

(MOI: 5) (D) for 90 min. The nuclear extracts were subjected to EMSA using 32P-labeled 

Oct-1 or NF-κB probe.  

 

 



	
  
	
  
	
   	
  
	
  
	
  

	
   41	
  

 

 

 

 

Figure 3.2.4. NF-κB activation induced by C. albicans hyphae is not BTK-dependent. 

Wild- type BMDMs were preincubated for 30 min with DMSO or 25 and 50µM BTK 

inhibitor LFM-A13, followed by stimulation with hyphae for 90 min. and IκB degradation 

and IKKα/β activation were examined with anti-IκB and anti-phospho IKKα (Ser176)/ 

IKKβ(Ser180) antibodies. WT and PLCγ2-/- BMDMs were either non-treated or treated with 

C. albicans hyphae for 90 min and nuclear extracts were evaluated for NF-κB DNA-binding 

activity by electrophoretic mobility shift assay. OCT-1 DNA binding was used as a loading 

control.  
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Figure 3.2.5. PLCγ2 but not CARD9 mediates IKKα/β  phosphorylation. 

WT, CARD9-/-, and PLCγ2-/- BMDMs were stimulated with C. albicans hyphae for the 

indicated time points, and IKKα/β phosphorylation was examined using anti-phospho-

IKKα/β (Ser176/180) antibody. 
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Figure 3.2.6. PLCγ2 does not mediate CARD9-BCL10 association. WT and PLCγ2-

deficient BMDMs were stimulated with C. albicans hyphae (MOI: 1) for the indicated time 

points, and the cell lysates were immunoprecipitated with CARD9 antibody-conjugated 

agarose. The immunoprecipitates were probed with BCL10 and CARD9 antibodies. IP, 

immunoprecipitation; IB, immunoblot. 
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3.2.3 PLCγ2 regulates MAPK signaling in response to C. albicans yeast and hyphae 

 

Previous studies performed on dendritic cells demonstrate that C. albicans induces 

the activation of MAPKs to induce cytokine production (97). We examined how PLCγ2 

regulates MAPK activation in macrophages in response to C. albicans.  In response to 

hyphae we found that PLCγ2-deficient macrophages were completely defective in ERK and 

JNK signaling (Figure 3.2.7). However, p38 and AKT were comparable between WT and 

PLCγ2-/- macrophages (Figure 3.2.7).  In response to yeast JNK activation was significantly 

decreased in PLCγ2-/- macrophages, whereas ERK activation was only partially defective 

(Figure 3.2.8). These results suggest that in response to hyphae ERK activation depends 

solely on PLCγ2 whereas in response to yeast, two pathways mediate ERK activation. 

 

3.2.4. PLCγ1 in macrophages is not required for C. albicans-induced MAPK and NF-

κB activation 

 

We also investigated the role of PLCγ1, the homolog of PLCγ2 in antifungal 

immunity. PLCγ1 is also expressed in hematopoietic cells and has been shown to play a 

major role in TCR signaling (151). The yeast cell wall extracts, curdlan and zymosan, that 

mainly contain β-glucans have been shown to activate PLCγ1 in dendritic cells (146, 147). 

Because PLCγ1-deficient mice are embryonic lethal, we used bone marrow derived 

macrophages from PLCγ1 conditional knockout mice (PLCγ1f/f/ Mx1-cre) and its control 

(PLCγ1f/+/ Mx1-cre). We stimulated these macrophages with hyphae, but in contrast to 
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PLCγ2-/- mice, PLCγ1-deficiency did not affect ERK and IKK activation (Figure 3.2.9). 

These data ruled out the role of PLCγ1 functioning downstream of the C-type lectin 

receptors.  

 

 

 

 

 

 

 

 

 

 

 

 



	
  
	
  
	
   	
  
	
  
	
  

	
   46	
  

 

 

Figure 3.2.7. PLCγ2-deficient BMDMs display defective MAPK activation.  

Wild-type and PLCγ2-deficient (PLCγ2-/-) BMDMs were stimulated with C. albicans 

hyphae (MOI: 1) for the indicated time points. The cell lysates were prepared and subjected 

to immunoblotting analysis using the indicated antibodies. 
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Figure 3.2.8. PLCγ2-deficient BMDMs display defective MAPK activation.  

Wild-type and PLCγ2-deficient (PLCγ2-/-) BMDMs were stimulated with C. albicans yeast 

(MOI: 5) for the indicated time points. The cell lysates were prepared from these cells and 

then subjected to immunoblotting analysis using the indicated antibodies. 
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Figure 3.2. 9. PLCγ1-deficient BMDMs are not defective in MAPK activation.  

BMDMs from Mx1-cre/PLCγ1fl/- and Mx1-cre/PLCγ1fl/fl mice were stimulated with C. 

albicans hyphae for the indicated time points. Cell lysates were prepared and subjected to 

Western blotting.  
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3.2.5 PLCγ2 is the main phospholipase required for C. albicans cytokine production 

 

We investigated the requirement of PLCγ homologues to regulate cytokine 

production in response to C. albicans. We compared the levels of cytokine production in 

response to the hyphal (Figure 3.2.10) and yeast (Figure 3.2.11) form of C. albicans in 

PLCγ2-deficient macrophages.  In PLCγ2-deficient BMDMs compared to WT macrophages 

there was a significant decrease in the levels of TNF-α, IL-10, IL-12p40, IL-6 production 

both in the yeast and hyphal forms of C. albicans.  

The homologue of PLCγ2, PLCγ1 is also expressed in macrophages. To determine a 

possible role for PLCγ1 in macrophage antifungal immunity, we evaluated the role of 

PLCγ1 in cytokine production in BMDMs in response to stimulation with C. albicans. 

PLCγ1-deficiency causes early embryonic lethality (94), therefore we used conditional Mx1- 

Cre PLCγ1-deficient mice which lack PLCγ1 only in the hematopoietic system. However, 

we found lack of PLCγ1 did not alter cytokine production in BMDMs after stimulation with 

C. albicans (Figure 3.2.12). Collectively these data indicate that PLCγ2 is the main 

phospholipase that is critical in mediating immune responses in macrophages to fungal 

infections. 
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Figure 3.2.10. PLCγ2 contributes to cytokine induction by C. albicans stimulation. 

BMDMs from WT (black bars) and PLCγ2-deficient (PLCγ2-/-, white bars) mice were 

stimulated overnight with C. albicans hyphae (MOI: 1). ELISA was used to measure the 

level of cytokines in these cultured media. The data are the means ± S.D. of triplicate wells 

and are representative of three independent experiments. 
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Figure 3.2.11. PLCγ2 contributes to cytokine induction by C. albicans stimulation. 

BMDMs from WT (black bars) and PLCγ2-deficient (PLCγ2-/-, white bars) mice were 

stimulated overnight with C. albicans heat-killed yeast (MOI: 5). ELISA was used to 

measure the level of cytokines in these cultured media. The data are the means ± S.D. of 

triplicate wells and are representative of three independent experiments. 
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Figure 3.2.12. PLCγ1 is not required for cytokine production by C. albicans yeast and 

hyphae. BMDMs from Mx1-cre/PLCγ1fl/+ mice (WT, black bars) and Mx1-cre/PLCγ1fl/fl 

mice (PLCγ1-/-, white bars) were stimulated overnight with hyphae (MOI: 1) or heat-killed 

C. albicans yeast (MOI: 5) ELISA was used to measure the level of cytokines in these 

cultured media. The data are the means ± S.D. of triplicate wells and are representative of 

three independent experiments. 
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3.2.6.  ROS production in macrophages in response to C. albicans is controlled by 

PLCγ2 

 

Reactive oxygen species (ROS) production is an important defense mechanism 

against fungal infections.  Experiments conducted using zymosan have pointed to the role of 

Syk in mediating ROS production (144). However, downstream of Syk, other signaling 

components that are involved in ROS production are not clear. PLCγ2 has been shown to 

mediate NADPH oxidase production in integrin-mediated adhesion in neutrophils (152).  

Based on these observations, we examined if PLCγ2 is involved in ROS production to C. 

albicans infection. We found that in response to hyphae PLCγ2-deficient macrophages in 

contrast to WT macrophages were unable to produce ROS (Figure 3.2.13). However, 

stimulation with phorbol myristate induced robust ROS production in both PLCγ2-deficient 

and WT macrophages (Figure 3.2.13).  In contrast to what we observed in PLCγ2-deficient 

macrophages, PLCγ1-/- did not show any defect in ROS production compared to WT 

macrophage (Figure 3.2.13). Collectively, these data indicate that PLCγ2 is critical for 

initiating ROS production to mount an effective anti-fungal immune response to C. albicans. 

 PLCγ2 induces inositol 1,4,5-triphosphate and diacylglycerol. These components 

can then increase levels of intracellular calcium and activate PKC.  Using a PKC inhibitor 

GF109203X and a calcium chelator Bapta AM, we examined how PLCγ2 induces ROS 

generation. We found that induction of ROS production primarily depends on PKC 

activation, since pretreatment of macrophages with the PKC inhibitor significantly inhibited 
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ROS production, whereas the calcium chelator was able to only cause a partial decrease in 

ROS production (Figure 3.2.13). 

 

 

 

 

 

 

 



	
  
	
  
	
   	
  
	
  
	
  

	
   55	
  

 

Figure 3.2.13. PLCγ2 is required for ROS production in response to C. albicans hyphae 

stimulation. A and B, ROS production in WT (black squares) or PLCγ2-deficient (white 

circles) BMDMs was measured by using a luminometer following the stimulation with C. 

albicans hyphae (A, MOI: 2) or phorbol myristate acetate (B, 100µM). C, ROS production in 

Mx1-cre/PLCγ1+/+ (WT, black squares) and Mx1-cre/PLCγ1 fl/fl (PLCγ1-/-, white circles) 

BMDMs was measured following the stimulation with hyphae (MOI: 2). Data are means ± 

SDs and are representative of at least three independent experiments.  RU, relative units. 
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Figure 3.2.14. Hyphae-induced ROS production is dependent on PKC.  
 

ROS production in WT BMDMs pretreated for 1 hr with 10μM Bapta-AM (white squares) 

or 5μM GF109203X (white circles) or DMSO (black squares) and then stimulated with 

hyphae (MOI: 2). Data are means ± SDs and are representative of at least three independent 

experiments. RU: relative units. 
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3.2.7 PLCγ  2 is critical for anti-fungal immunity in an in-vivo model of disseminated 

candidiasis 

 

Candida causes severe disseminated blood stream infections in patients with 

compromised immune systems such as patients undergoing chemotherapy or bone marrow 

transplants. Therefore, we examined whether PLCγ2-deficiency was sufficient to increase a 

host’s susceptibility to Candida in vivo. To rule out the influence that lack of PLCγ2 could 

cause in other organs other than the hematopoietic system, we generated PLCγ2-deficient 

bone marrow chimera mice by reconstituting γ -irradiated wild-type mice with bone marrow 

from PLCγ 2-/- mice.   

To generate an in vivo model of disseminated candidiasis we intravenously injected 

live C. albicans into PLCγ2-/- and WT control mice. Initially we injected 1x 106 Candida, 

which led to the rapid death (within 24 hrs) of PLCγ2-/- mice but not WT control mice. Next 

we examined a low dose of Candida (2x 105) for intravenous injections. With this dose, 

PLCγ2-/- mice were dead within 48 hrs; however, the WT mice were able to survive for more 

than 5 days (Figure 3.2.17). We evaluated the level of IL-6 cytokine in the sera from PLCγ2-

/- mice at different time points during infection. We found that the PLCγ2-/- chimera mice 

showed lower levels of IL-6 compared to WT controls (Figure 3.2.15. A).  To quantitatively 

assess the fungal burden in mice, we sacrificed mice 42 hours after i.v. infections with 

Candida  and collected lungs, livers, spleens and kidneys from these mice.  Serial dilutions 

from the homogenized organs of these mice were plated on yeast extract peptone dextrose 

agar plates in order to count fungal colonies.  Quantitative assessment of the fungal burden 
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in organs from PLCγ2-deficient mice showed that these mice have a significantly higher 

level of Candida compared to the WT control mice infected (Figure 3.2.15. B). Moreover, 

tissues section from the organs collected from infected mice stained with periodic acid-Shiff 

showed a significantly higher level of germinating hyphal C. albicans compared to WT mice 

(Figure 3.2.16).  These in vivo experimental results demonstrate that PLCγ2 is critical for 

innate antifungal immune responses. 
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Figure 3.2.15. PLCγ2-deficient mice show higher susceptibility to C. albicans infection 

than WT mice. A, WT and PLCγ2-deficient mice (n =3) were challenged with C. albicans 

(2 x 105) intravenously, and serum samples from each mouse were tested for IL-6 levels by 

ELISA. The data are the means ± S.D. from triplicate samples. B, 42 h after intravenous 

infection with C. albicans (2 x 105), some of the infected mice were sacrificed. The liver, 

kidney, lung, and spleens from WT and PLCγ2-deficient mice (n=3) were homogenized, and 

serial dilutions of the homogenized organs were plated on yeast extract peptone dextrose 

agar plates to determine the yeast colony forming unit (CFU). The data are colony forming 

unit/organ weight. Data in panel A is generated through collaboration with Mei Yu and Dr. 

Demin Wang. Data in panel B is courtesy of Mei Yu and Dr. Demin Wang.  
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Figure 3.2.16. The histopathology of kidney, lung, spleen, and liver from wild-type and 

PLCγ2-/- mice after C. albicans infection.  

The liver, kidney, lung, and spleens of WT and PLCγ2-deficient mice at 42 hours after i.v. 

infection with C. albicans (2x105 cells) were collected. The tissue slides of these organs 

were stained with hematoxylin and eosin or PAS. Data is generated through collaboration 

with Mei Yu and Dr. Demin Wang. 
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Figure 3.2.17. PLCγ2-deficient mice show higher susceptibility to C. albicans infection 

than WT mice.  WT and PLCγ2-deficient mice were challenged with C. albicans (2 x105) 

intravenously and monitored every day for lethality. Data is courtesy of Mei Yu and Dr. 

Demin Wang. 
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3.3 Discussion 

 

In the C-type lectin receptor signaling pathway, the kinase Syk and the adaptor 

protein CARD9 are important signaling components for these receptors. But the mechanism 

of how these proteins link the receptor signaling to NF-κB and MAPK cascades was not 

defined. In our study, we provide strong evidence that PLCγ2 is the essential PLCγ isoform 

mediating the signaling cascades downstream of the Dectin-2 receptor. In our study, we 

demonstrate that NF-κB activation in response to C. albicans is not mediated through TLR 

signaling because we could not detect any difference in NF-κB activation levels between 

WT and MyD88 deficient macrophages. Previous studies have indicated that TLR signaling 

collaborated with the Dectin-1 receptor (52, 148).  In these studies zymosan, the extract 

from the yeast cell wall S. cerevisiae was used as a ligand for Dectin-1 receptor to measure 

cytokine production. While NF-κB activation measured by EMSA was similar between 

MyD88-deficient and WT macrophages, we observed a significant decrease of NF-κB 

activation in PLCγ2-deficient macrophages stimulated by C. albicans. This study indicates 

differences between using the whole fungal organism versus cell wall extracts. Another 

interesting observation in our studies is the mechanisms regulating the activation of the IKK 

complex in response to fungal infections. The IKK complex is activated by the 

phosphorylation of the IKKα/β subunits alongside the K63 ubiquitination of IKKγ subunit. 

Studies from our lab have shown that the adaptor protein CARD9 regulates the 

ubiquitination of IKKγ whereas the kinase Syk is essential for IKKα/β phosphorylation 

events (62). In this study we show that PLCγ2 regulates the phosphorylation of IKKα/β 
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whereas we do not observe this decrease in phosphorylation levels in CARD9-deficient 

macrophages. Furthermore, lack of PLCγ2 did not affect the association of CARD9 with its 

binding partner BCL10. However, it still remains to be determined if PLCγ2 regulates IKKγ 

ubiquitination. Collectively these observations indicate that CARD9 and PLCγ2 are 

activating the IKK complex in an independent manner.  

The production of reactive oxygen species is followed by the phagocytosis of C. 

albicans (53). Syk mediates ROS production but not phagocytosis of fungus (144). The 

adaptor protein CARD9 also regulates ROS production but only partially (137).  In our 

study, we demonstrate that PLCγ2 mediates ROS production in macrophages.  Although the 

exact mechanism that links ROS production to PLCγ2 is not clear, we provide evidence that 

PKC family members regulate ROS production since ROS production was decreased with 

the use of a PKC inhibitor but not the calcium chelator. In dendritic cells ROS production is 

thought to mediate inflammasome activation (153). Future studies are needed to determine if 

PLCγ2 is required for inflammasome activation. 

In our study ERK activation induced by yeast stimulation was only partially reduced 

in PLCγ2-deficient cells; however, ERK activation induced by hyphae stimulation was 

undetectable. This finding suggests that in response to yeast, ERK activation is mediated 

through additional pathways that do not require PLCγ2. The Grb2-SOS-Ras-Raf1 signaling 

pathway can also mediate ERK activation. In this pathway SOS, which is a Ras guanine 

nucleotide exchange factor, can be recruited to the membrane by Grb2. These events can 

lead to the activation of Ras, which then by activating Raf-1 will lead to ERK1 and ERK2 

kinase activation (154, 155).  Our study points to the possibility that C. albicans yeast form 
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may utilize the Grb2/ Ras/ Raf1 signaling pathway, which in part may help explain the 

partial reduction that we observe in ERK activation. 

For many patients with hematological malignancies, chemotherapy and stem cell 

transplantation are currently the only treatment options. These treatments damage immune 

barriers, rendering these patients to infections. Future studies to investigate possible 

polymorphisms in the PLCγ2 gene in stem cell transplant recipients could improve 

individualized risk-assessments for fungal infection and aide in new antifungal prophylaxis 

strategies. 

 

  

 

 

 

 

 

 

 

 
 
 
 
 
 
 
 
 
 



	
  
	
  
	
   	
  
	
  
	
  

	
   65	
  

 
 
 
 
 

Chapter 4 
 

TAK1 plays an essential role in anti-fungal immunity 
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Chapter 4: TAK1 plays an essential role in anti-fungal immunity 
 
 
4.1. Background 
 
 

Transforming growth factor-β activated kinase-1 (TAK1) is a member of the 

mitogen-activated protein kinase kinase kinase (MAP3K) family, which plays a pivotal role 

in adaptive and innate immune signaling (156, 157). TAK1 is activated by a diverse range of 

stimuli such as ligands for Toll-like receptors, tumor necrosis factor receptor (TNFR) and 

IL-1 receptor that can lead to the activation of NF-κB and MAPK signaling pathways (158). 

TAK1 binding protein TAB2 and TAB3 can recruit TAK1 to polyubiquitin chains (159, 

160). TAB2 germ-line knockouts are embryonic lethal and deficiency in TAB2 can decrease 

NF-κB activation (161, 162). Thus, it has been proposed that TAB2 and TAB3 may have 

some level of redundancy. The in vivo tissue specific roles of these proteins remain to be 

determined. 

TAK1 knockout mice are embryonic lethal (163) and deletion of TAK1 in the 

hematopoietic system leads to uncontrolled apoptosis of hematopoietic stem cells (164).  

Therefore studies investigating the role of TAK1 in hematopoietic cells have been 

conducted by using conditional knockouts in a specific lineage. T cell specific TAK1- 

deficient mice display defects in thymocyte development and in the activation of JNK and 

NF-κB signaling pathways (165, 166). In the B cell receptor signaling pathway TAK1 only 

mediates JNK activation (167).  

In non-innate immune cells such as embryonic fibroblast and B cells, TAK1 can 

mediate NF-κB and AP-1 activation upon TLR stimulation (167, 168). Recently the role of 
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TAK1 in TLR signaling in myeloid cells was investigated. The generation of myeloid-

specific TAK1-deficient mice has produced somewhat contradictory phenotypes. In one 

report myeloid-specific TAK1-deficiency did not affect the ability of myeloid precursors to 

differentiate into macrophages and granulocytes. In addition TAK1-deficiency in 

macrophages caused impairment in JNK and NF-κB activation in response to LPS 

stimulation. Furthermore, LPS stimulation caused an increase in IL-1β, TNF-α and IL-6 in 

TAK1-deficient macrophages compared to WT (169). In a separate mouse model of 

myeloid-specific TAK1-deficiency, BMDMs from TAK1-deficient mice died after culturing 

for 3 days in conditional media containing M-CSF due to apoptosis (170). Compared to WT 

controls, TAK1-deficient peritoneal macrophages in this mouse model did not show a defect 

in JNK and NF-κB activation in response to LPS stimulation. 

In TLR signaling the adaptor molecule MyD88 activates the Tumor necrosis factor 

receptor-associated factor 6 (TRAF6), which contains E3 ubiquitin ligase activity. In 

response to various stimuli including TLR ligands, IL-1 and RANK ligand, TRAF6 interacts 

with TAK1 through the TAK1-associating protein TAB2 (171-173). In the TCR pathway it 

has been implicated that TRAF6 and TAK1 can mediate IKK activation through BCL10 and 

MALT1 (95). However, TRAF6 knockout mice do not show any defects in T cell activation 

(174, 175). Therefore, it has been speculated that TRAF2 may compensate for the lack of 

TRAF6 in T cells. A recent study using B cell specific TRAF6 knockout mice showed a role 

for TRAF6 in mediating classical NF-κB and MAPK activation in response to TLR and 

CD40 receptor stimulation (176). Similar to previous reports (170), we observed that 

myeloid-specific TAK1-deficient mice could not develop macrophages from bone marrow. 
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In collaboration with Dr. Bryant Darnay in the Department of Experimental Therapeutics at 

The University of Texas MD Anderson Cancer Center in Houston, we used myeloid-specific 

TAK1-deficient mice crossed with TNFR1-deficient mice, which were generated in Dr. 

Darnay’s laboratory, to rescue the BMDM developmental defect observed in myeloid 

TAK1-deficient mice. In this study we were interested in understanding the role of TAK1 

and TRAF6 in mediating immunity against the opportunistic fungus Candida albicans. The 

mechanisms controlling C-type lectin receptor signaling in response to fungal infections are 

not well understood. In this work, we report that in macrophages TAK1 and TRAF6 are 

essential for mediating anti-fungal immunity by regulating NF-κB and MAPK signaling and 

regulating proinflammatory cytokine production. 
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4.2. RESULTS 

 

4.2.1 TAK1 is essential for NF-κB, JNK and p38 activation in response to Candida 

albicans 

Our previous study demonstrated that phospholipase γ2 (PLCγ2) was an essential 

component for NF-κB and MAPK activation in response to C. albicans (177). NF-κB 

activation induced by C. albicans is not mediated through MyD88 because we could not 

detect any difference in NF-κB activation in MyD88-deficient macrophages compared to 

WT in response to C. albicans stimulation.  

To examine the possible role of TAK1 in mediating anti-fungal immunity, we 

investigated the activation of the NF-κB pathway in TAK1-deficient mice. By evaluating the 

DNA-binding activity of NF-κB transcription factor (Figure 4.2.1), we found that in 

response to both the yeast and hyphal form of C. albicans, NF-κB activation was defective 

in TAK1-deficient mice compared to TNFR1-deficient or WT mice. Furthermore, in TAK1- 

deficient mice we demonstrate that the defect in NF-κB activity is due to the absence of 

phosphorylation of IKKα/β subunits of the IKK complex  (Figure 4.2.1). Since TAK1 is 

suggested to regulate the MAPKs we determined the role of TAK1 in mediating JNK and 

p38 activation. TAK1-deficient mice compared to TNFR1- deficient or WT mice showed a 

decrease in JNK and p38 activation in response to Candida hyphae (Figure 4.2.2). 
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Figure 4.2.1.  NF-κB activation induced by C. albicans hyphae and yeast is TAK1-

dependent. (A) WT, TNFR1-deficient and TNFR1-/-TAK1-/- BMDMs were either untreated 

or treated with C. albicans hyphae (MOI: 1) or heat-inactivated yeast (MOI: 5) for 90 min. 

The nuclear extracts were prepared from these cells and then subjected to the electrophoretic 

mobility shift assay using 32P-labeled NF-κB or OCT-1 probe. (B) WT, TNFR1-deficient 

and TNFR1-/-TAK1-/- BMDMs were stimulated with C. albicans hyphae for the indicated 

time points, and IKKα/β phosphorylation was examined using anti-phospho-IKKα (Ser-

176)/IKK-β (Ser-180) antibody. 
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Figure 4.2.2. TAK1-deficient BMDMs display defective MAPK activation.  

WT, TNFR1-/-, TNFR1-/-TAK1-/- BMDMs were stimulated with C. albicans hyphae for the 

indicated time points. Cell lysates were prepared from these cells and then subjected to 

Western blotting.  
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4.2.2. TAK1 regulates cytokines necessary for T helper differentiation in response to 

Candida albicans 

 

To determine if TAK1-deficiency can regulate the production of cytokines important 

in inducing an adaptive immune response to fungal infections, we evaluated the levels of IL-

6, IL-12 and TNF-α in TAK1/TNFR1-deficient mice compared to TNFR1-/- and WT 

macrophages. As shown in (Figure 4.2.3) TAK1-deficiency caused a decrease in 

proinflammatory cytokine production compared to TNFR1-/- and WT mice. The cytokine IL-

1β plays an important role in the differentiation of Th17 cells.  In contrast to dendritic cells 

IL-1β production in macrophages is a two-step process. Stimulation of macrophages with 

hyphae alone cannot induce detectible levels of IL-1β (Figure 4.2.4). Priming of cells with 

zymosan prior to stimulation with hyphae is a necessary step to induce IL-1β production 

(Figure 4.2.4).  We investigated the levels of IL-1β production in TAK1/ TNFR1-deficient 

cells compared to TNFR1 and WT macrophages. Compared to WT macrophages, TNFR1- 

deficient macrophages showed lower levels of IL-1β production (Figure 4.2.4). However, 

TAK1/TNFR1-deficient macrophages demonstrated a lower level of IL-1β production 

compared to TNFR1-deficient (Figure 4.2.4), which demonstrates an essential role for 

TAK1 in IL-1β production.   
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Figure 4.2.3. TAK1 contributes to cytokine induction by C. albicans stimulation. 

BMDMs from WT (black bars), TNFR1-deficient (lined bars), TNFR1-/-TAK1-/- (white 

bars) mice were stimulated overnight with C. albicans hyphae (MOI: 1). ELISA was used to 

measure the level of cytokines in these cultured media. The data are the means ± S.D. of 

triplicate wells and are representative of three independent experiments. 
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Figure 4.2.4. TAK1 contributes to cytokine induction by C. albicans stimulation.  

A) BMDMs from WT (white bars) were primed with either LPS or zymosan then left 

untreated or stimulated with live hyphae or paraformaldehyde fixed hyphae for overnight.  

ELISA was used to measure the level of cytokines in these cultured media. B) WT (black 

bars) TNFR1-deficient (lined bars) and TNFR1-/-TAK1-/- (white bars) mice were primed 

with zymosan with or without live C. albicans hyphae (MOI: 1) for overnight. ELISA was 

used to measure the level of cytokines in these cultured media. C) TNFR1-deficient (white 

bars) and TNFR1-/-TAK1-/- (black bars) were primed with zymosan with or without live C. 

albicans hyphae (MOI: 1) for overnight. ELISA was used to measure the level of cytokines 

in the media. The data are the means ± S.D. of triplicate wells and are representative of three 

independent experiments. 
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4.2.3 TRAF6 is crucial for C. albicans mediated NF-κB and JNK activation 

 

Tumor necrosis factor receptor-associated factor 6 (TRAF6) can form a complex 

with TAK1 in response to receptor activator of NF-κB ligand (RANKL) stimulation (171). 

In the interleukin-1 signaling pathways TRAF6 and TAK1 can form a complex that is 

mediated by TAB2 (172), leading to IKK and MAPK activation. To investigate if TRAF6 is 

mediating proinflammatory responses to Candida infections we evaluated NF-κB activation 

in TRAF6-deficient macrophages in response to hyphae. TRAF6-deficient macrophages 

showed a decrease in the DNA-binding activity of NF-κB transcription factor and were 

defective in the degradation of IκB compared to WT mice (Figure 4.2.5). However, in 

contrast to what we showed in TAK1-deficient macrophages, we could not detect any 

difference in the levels of IKKα/β phosphorylation between TRAF6-deficient wild-type 

mice (Figure 4.2.6). We next examined how TRAF6-deficiency would impact MAPK 

activation. In response to hyphae, TRAF6-/- macrophages showed a decrease in JNK but not 

ERK activation when compared to WT macrophages (Figure 4.2.6). To examine the role of 

TRAF6 in antifungal immunity we evaluated the levels of proinflammatory cytokines IL-6 

and IL-12 in response to hyphae. Indeed, TRAF6-/- macrophages were defective in the 

production of IL-6 and IL-12 cytokines (Figure 4.2.7), indicating a role for TRAF6 in 

mediating anti-fungal immune responses. To determine how TRAF6 is regulating NF-κB 

activation we found that upon hyphae stimulation TRAF6 becomes ubiquitinated (Figure 

4.2.8). In addition we find that in BMDMs TRAF6 binds to BCL10 and TAK1 (Figure 

4.2.8). Although TRAF6 binds BCL10 constitutively it appears that the complex formation 
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of TAK1 and TRAF6 is inducible. Therefore, we conclude that Traf6 mediates antifungal 

immunity by regulating NF-κB and JNK signaling pathways that are crucial for 

proinflammatory cytokine production. 
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Figure 4.2. 5. NF-κB activation induced by C. albicans hyphae is TRAF6-dependent. 
 
 (A) WT and TRAF6-deficient BMDMs were either untreated or treated with C. albicans 

hyphae (MOI: 1) for 90 min. The nuclear extracts were prepared from these cells and then 

subjected to the electrophoretic mobility shift assay using 32P-labeled NF-κB or OCT-1 

probe. (B) WT and TRAF6-deficient BMDMs were stimulated with C. albicans hyphae for 

the indicated time points, and IκB-α was examined using the indicated antibody. 
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Figure 4.2.6.  TRAF6 contributes to JNK but not IKKα/β  phosphorylation. 

WT and TRAF6-deficient BMDMs were either untreated or treated with C. albicans hyphae 

(MOI: 1) for the indicated time points, and phosphorylation was examined using the 

indicated antibodies. 
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Figure 4.2.7. TRAF6 contributes to cytokine induction by C. albicans stimulation. 

 BMDMs from Heterozygous (white bars) and TRAF6-deficient (black bars) mice were 

stimulated overnight with C. albicans hyphae (MOI: 1). ELISA was used to measure the 

level of cytokines in these cultured media. The data are the means ± S.D. of triplicate wells 

and are representative of three independent experiments. 
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Figure 4.2.8. TRAF6 is ubiquitinated upon C. albicans stimulation and forms a 

complex with BCL10 and TAK1. 

 
WT BMDMs were stimulated with C. albicans hyphae (MOI: 1) for the indicated time 

points, and the cell lysates were immunoprecipitated with TRAF6 antibody-conjugated 

agarose. The immunoprecipitates were probed with the indicated antibodies. IP, 

immunoprecipitation; WCL, whole cell lysate. 
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4.2.4. TRAF6 is not required for hyphae induced reactive oxygen species production. 

 

Reactive oxygen species (ROS) are a critical component of the immune system to 

fight against pathogens. Previous studies in bone marrow derived monocytes show that 

RANK ligand stimulation can generate reactive oxygen species production. The ROS 

production in these cells was dependent on TRAF6 since TRAF6-deficient osteoclast 

precursors had significantly reduced levels of ROS production compared to WT (178). To 

examine the importance of TRAF6 in C. albicans hyphae induced ROS production, we 

compared ROS production in TRAF6-deficient BMDMs and wild-type cells. The level of 

ROS production by hyphae was similar in TRAF6- null BMDMs compared to wild-type 

(Figure 4.2.9), which indicates that C. albicans induced ROS production in macrophages is 

not dependent on TRAF6. 

 

4.2.5. CYLD is not involved in antifungal immunity 

 

The deubiquitase CYLD can regulate TAK1 activation by inhibiting autoactivation 

and ubiquitination by physically interacting with TAK1 in T cells (179). Therefore we 

hypothesized that CYLD may regulate antifungal immunity by regulating TAK1. We 

examined the DNA-binding activity of NF-κB transcription factor in response to C. albicans 

yeast and hyphae in WT and CYLD-deficient macrophages. However, we could not detect 

any difference in NF-κB activation or in TNF-α cytokine production between CYLD- 

deficient and WT macrophages (Figure 10). In addition CYLD-/- and WT macrophages were 
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comparable in the levels of JNK and ERK activation in response to C. albicans yeast and 

hyphae (Figure 4.2.11).  These results suggest that CYLD does not regulate C-type lectin 

receptor signaling in macrophages. 
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Figure 4.2.9. TRAF6 is not required for ROS production in response to C. albicans 

hyphae stimulation. ROS production in heterozygous (black squares) or TRAF6-deficient 

(white squares) BMDMs was measured by using a luminometer following the stimulation 

with C. albicans hyphae (MOI: 2). Data are means and are representative of at least three 

independent experiments. RU, relative units. 
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Figure 4.2.10. CYLD does not contribute to NF-κB activation or TNF cytokine 

induction by C. albicans stimulation. A) WT and CYLD-deficient BMDMs were either 

untreated or treated with C. albicans hyphae (MOI: 1) for 90 min. The nuclear extracts were 

prepared from these cells and then subjected to the electrophoretic mobility shift assay using 

32P-labeled NF-κB or OCT-1 probe. B) Enzyme-linked immunosorbent assay of TNF in the 

supernatants from BMDMs of WT (white bars) and CYLD-deficient (black bars) mice that 

were stimulated overnight with C. albicans hyphae (MOI: 1) or heat- killed yeast (MOI: 5).   
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Figure 4.2.11. CYLD-deficient BMDMs are not defective in MAPK activation in 

response to C. albicans. Wild-type and CYLD-deficient (CYLD-/-) BMDMs were 

stimulated with C.albicans hyphae (MOI: 1) or heat- killed yeast (MOI: 5) for the indicated 

time points. The cell lysates were prepared from these cells and then subjected to 

immunoblotting analysis using the indicated antibodies. 

 

 

 

 

 

 



	
  
	
  
	
   	
  
	
  
	
  

	
   86	
  

4. 3. Discussion 

 

In this study we demonstrate an important role for TAK1 in mediating antifungal 

immunity.  We report that in response to both the yeast and the hyphal form of C. albicans 

TAK1/TNFR1-/- macrophages are defective in NF-κB activation compared to TNFR1-/- and 

WT macrophages. Furthermore, we show that TAK1-deficiency causes a decrease in JNK 

and p38 activation. Collectively, this reduction in NF-κB and MAPK signaling cascades is 

leading to decreased levels of TNF, IL-6, IL-12 and IL-1β cytokine production in TAK1-/-

/TNFR1-/- macrophages compared to WT and TNFR1-/- macrophages. Studies using mice 

with specific deletion of TAK1 in the myeloid lineage demonstrate that loss of TAK1 

promotes macrophage apoptosis and increases the proliferation of neutrophils (170). 

Experiments performed with peritoneal macrophages from these mice demonstrated that 

TAK1-deficiency did not affect NF-κB or MAPK activation in response to LPS stimulation. 

However, in neutrophils loss of TAK1 caused an increase in NF-κB and MAPK activation 

in response to LPS stimulation (170). Collectively, these results demonstrate the cell type-

specificity of TAK1 in regulating the innate immune response to bacterial versus fungal 

pathogens. In addition, we find that in macrophages TRAF6-deficiency causes a decrease in 

NF-κB and JNK activation. We demonstrate the mechanism that TAK1 and TRAF6 use to 

activate the IKK complex in response to C. albicans stimulation differs.   

 Previous observations show a critical role for TRAF6 in TLR and CD40 receptor 

signaling (180). Our findings together with previous studies using TRAF6-deficient cells 

indicate that TRAF6 in an important signaling component in myeloid cells that converges 
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signals both from TLR and C-type lectin receptors. How TAK1 is activated in response to 

fungal stimuli remains to be elucidated. Previous studies suggest that TAK1 undergoes 

autophosphorylation (181, 182). One possibility is that the complex of TRAF6-TAB2-TAK1 

may cause a conformational change in TAK1, thus promoting TAK1 kinase activity. 

Although it is proposed that TAK1 is the upstream kinase that phosphorylates the IKK 

complex, the mechanistic details of IKK activation is not fully elucidated. We show that 

TAK1-deficiency causes a defect in the phosphorylation of the IKK complex. Recently it 

was shown that TAK1 phosphorylation is mediated by CARD9 (183). However, we did not 

observe any difference in the phosphorylation of IKKα/β in CARD9-deficient mice 

compared to WT mice. This observation is similar to what has been reported in CARMA1-

deficient T cells, which do not show any defect in IKKα/β phosphorylation in response to 

TCR stimulation compared to wild-type T cells (150). Based on our experimental results we 

propose that TRAF6 is important in linking the CARD9-BCL10 complex to the 

ubiquitination of IKKγ. Furthermore, TRAF6 polyubiquitination recruits TAK1 leading to 

its possible autophosphorylation and consequently the phosphorylation of IKKα/β subunits 

in response to C. albicans. 

Pharmacological inhibition or gene mutations that cause the inactivation of NF-κB is 

reported to sensitize cells to TNF-α-induced apoptosis (184). However, adoptive transfer of 

NF-κB-deficient fetal liver cells does not affect the survival of hematopoietic stem cells or 

myeloid lineage cells (185) suggesting that NF-κB signaling alone is not responsible for 

myeloid cell survival. Reactive oxygen species levels in cells can also affect cell survival. 

Although TRAF6-deficiency has been shown to promote TNF-induced cell death and 
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accumulation of reactive oxygen species (186), we did not observe a defect in macrophage 

differentiation or hyphae-induced reactive oxygen species production using TRAF6-

deficient mice. In our studies we did not determine reactive oxygen species levels in TAK1-

deficient macrophages. One possibility is that TAK1-deficient macrophage precursors are 

highly sensitive to TNF-induced ROS accumulation. TAK1-deficient neutrophils are 

reported to produce higher levels of ROS compared to WT cells in response to LPS 

treatment (170). Quantitative differences in signaling molecules expression levels may affect 

cell type specific development. For example, in myeloid precursors a high level of c-Src 

expression affects osteoclast, but not macrophage or dendritic cell development (187). 

Microarray analysis of TAK1-deficient macrophages compared to TNFR1-deficient 

macrophages may help in identifying key components for macrophage cell survival.  

The TAK1-binding proteins (TAB), TAB2 and TAB3 are required for TAK1 

activation (159). In the IL-1, RANKL, TNF signaling pathways the functional interaction 

between TAK1 and TAB2/ TAB3 is crucial for mediating IKK and MAPK signaling (188). 

Further studies will be needed to investigate if TAB2 and TAB3 mediate C-type lectin 

receptor signaling and whether or not TAB2 and TAB3 play redundant functions in immune 

signaling. 

Previous studies report that in response to bacteria TRAF6-depleted macrophages 

showed a decrease in the levels of mitochondrial ROS production, which impaired the 

ability of these mice to effectively kill intracellular bacteria (189). In our studies we could 

not detect any difference in NADPH mediated reactive oxygen species production upon 

stimulation with C. albicans hyphae between TRAF6-deficient and WT BMDMs. Whether 
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in macrophages C. albicans stimulation can trigger mitochondrial ROS production in a 

TRAF6 dependent manner is a topic of future investigation. 

In this study we investigated the role of CYLD in mediating macrophages immune 

response to C. albicans. However, we could not detect any difference between CYLD-

deficient macrophages and WT in the activation of MAPKs, NF-κB or in cytokine 

production upon C. albicans stimulation.  In lymphocytes, CYLD has an important role in 

regulating TCR signaling (179, 190) and negatively regulating NF-κB signaling in B cells 

(191). However, studies using CYLD-deficient macrophages show undetectable to moderate 

changes in NF-κB activation in response to TNFR or TLR signaling (190, 192). Our 

findings together with previous studies indicate that CYLD is not critical in regulating 

pattern recognition receptor signaling in macrophages. The ubiquitin-modifying enzyme 

A20 is crucial in terminating TLR responses and can be inducibly expressed by these cells 

(193). Therefore, it is possible that in pattern recognition receptor signaling, CYLD plays a 

redundant role with A20. 
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Chapter 5: Identification of CARD9 binding partners 
 
 
5.1. Background 
 

 The adaptor protein CARD is an important signaling component downstream of C-

type lectin receptors and is necessary to mediate anti-fungal immunity (62, 68, 100, 194). 

CARD9 was identified by a database search for CARD-containing proteins and can form a 

complex with BCL10 and MALT1 to mediate downstream NF-κB activation (98). CARD9 

protein structure consists of a C-terminus coiled-coil domain and a N-terminus CARD 

domain and is primarily expressed in myeloid lineage cells (98, 100). CARD9 does not 

contain a PDZ domain. The PDZ domain in CARD-containing membrane-associated 

guanylate kinase (CARMA) family members is critical for these proteins to associate to the 

plasma membrane (98). CARD9 regulates NF-κB activation by regulating the IKK complex 

(62). Both Syk and CARD9 are required for the activation of the IKK complex. Syk is 

required for the phosphorylation of IKKα/β subunits, whereas CARD9 regulates the 

ubiquitination of IKKγ (62). The signaling components that link Syk to CARD9 activation 

are not well understood. In this study, we were interested in indentifying novel protein 

binding partners for CARD9 to help elucidate the C-type lectin receptor signaling pathways. 

 

5.2. Results 

 

To identify CARD9 binding partners we chose to use the SILAC method (12). 

SILAC is a method for metabolic labeling in which the quantitative tags used for 

measurements in mass spectrometry are incorporated into the cells through cell culturing. In 
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this method we can minimize experimental artifacts and variations that are often 

encountered by processing each sample individually (16-18). To minimize non-specific 

proteins that will immunoprecipitate will our protein of interest we constructed a double-

tagged vector for CARD9 containing the FLAG and HA vectors. We overexpressed FLAG-

CARD9-HA vector in 293T cells and performed a tandem immunoprecipitation. We first 

immunoprecipitated our 293T cell lysate with FLAG beads. Following an elution with 

FLAG peptide we performed a second IP using HA beads. We ran the denatured 

immunoprecipitates on an SDS PAGE gel and stained the gel by silver-staining method.  As 

shown in Figure 5.2.1 we found that tandem immunoprecipitation greatly reduced the 

background of non-specific bands visualized in our initial single immunoprecipitations 

experiments (data not shown) and that in this overexpression system the strong CARD9 

band corresponded to the correct size of CARD9. 

C-type lectin receptors and CARD9 are primarily expressed in myeloid cells 

therefore we stably transfected the RAW 264.7 cell line to express FLAG-CARD9-HA or 

the empty vector. The RAW 264.7 cell line expressing FLAG-CARD9-HA was divided into 

two portions. One group was cultured in DMEM media depleted of normal lysine and 

supplemented with lysine D4 whereas the other portion was cultured in DMEM media 

depleted of normal lysine and supplemented with lysine 13C6
15N2. The RAW 264.7 cell line 

stably expressing the emptor vector was cultured in lysine depleted DMEM supplemented 

with lysine. These cells were passaged at least five times to efficiently label the cells. We 

used the RAW 264.7 cell line expressing FLAG-CARD9-HA labeled with lysine 13C6
15N2   

and stimulated this cell line with C. albicans. Using the same cell number we made cell 
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lysates from all three RAW 264.7 cell lines cultured in different labeling conditions. We 

then combined these lysates and immunoprecipitaed using FLAG beads overnight. After 

several washes we eluted CARD9 from the beads by incubating the FLAG beads with 

elution buffer for thirty minutes then collecting the flow-through from the columns. We 

combined the eluted proteins and performed a second immunoprecipitation using HA beads. 

After several washes we boiled the beads and ran the immunoprecipitate on a SDS-PAGE 

gel and stained the gel with sypro ruby staining.  We observed various bands on the gel and 

we cut the gel into ten different sections (Figure 5.2.4 A). Each band was analyzed by mass 

spectrometry to determine the immunoprecipitated proteins and to compare the ratio for 

different isotopes of lysine. Although we did successfully detect CARD9 as one of the 

proteins identified in the mass spectrometry results (Table 5.2.2) we could not detect any 

specific potential binding partner since the ratio for the normal lysine was higher as shown 

for example in the two proteins Myh9 and Actb (Table 5.2.2). In an independent experiment, 

when comparing unstimulated Raw 264.7 cell line expressing FLAG-CARD9-HA to the 

Raw 264.7 cell line expressing the empty vector, we identified CARMA1 as a potential 

binding partner. CARMA1 received a high peptide hit, which validated the protein 

identification in mass spectrometry (Table 5.2.3). We further validated the binding of 

CARMA1 to CARD9 by western blots (Figure 5.2.4. B). However, CARMA1 has no known 

role in ITAM-associated receptor signaling in myeloid cells and CARMA1-deficient 

macrophages do not show any defect in NF-κB activation in response to both the yeast and 

hyphal form of C. albicans (Figure 5.2.5). 
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Figure 5.2.1. Silver staining of CARD9-FLAG-HA in 293Tcells.  293T cells were 

transiently transfected with a FLAG-CARD9-HA construct or an empty vector.  The cell 

lysates were tandem immunoprecipitated by FLAG-conjugated and HA-conjugated beads 

respectively. The immunoprecipitates were loaded onto a SDS-PAGE gel and silver stained. 
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Table 5.2.2. Mass spectrometry analysis of CARD9 binding partners.  
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Table 5.2.2. Continued 
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Table 5.2.3. Protein identification of CARD9 binding partners by mass spectrometry 
analysis. 
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Figure 5.2.4. CARMA1 constitutively binds to CARD9 
 
 A. Cell lysates from RAW 264.7 cell line stably expressing a FLAG-CARD9-HA 

(stimulated with C. albicans or left untreated) was mixed with an equal protein quantity 

from cell lysates of RAW 264.7 stably expressing the empty vector. The cell lysates were 

tandem immunoprecipitated with FLAG and HA conjugated beads respectively. The 

immunoprecipitates were run on a SDS-PAGE gel and stained by Sypro Ruby. B. Cell 

lysates from RAW 264.7 cell line stably expressing a FLAG-CARD9-HA construct was 

immunoprecipitated with Flag-conjugated or IgG-conjugated agarose. The 

immunoprecipitates were probed with CARMA1 or FLAG antibodies. IP, 

immunoprecipitation; IB, immunoblot. 

 
 
 



	
  
	
  
	
   	
  
	
  
	
  

	
   99	
  

 

 
 
 
 
 
Figure 5.2.5. NF-κB activation induced by C. albicans hyphae and yeast is not 

CARMA1 dependent. 

 WT and CARMA1-deficient BMDMs were either untreated or treated with C. albicans 

hyphae (MOI: 1) or heat-inactivated yeast (MOI: 5) for 90 min. The nuclear extracts were 

prepared from these cells and then subjected to the electrophoretic mobility shift assay using 

32P-labeled NF-κB or OCT-1 probe. 
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5.3. Discussion  

 

Most cell signaling cascades involve the regulation of multiprotein complexes. The 

multiplex labeling method enables us to compare different cell populations using a single 

experiment, improving the efficiency and accuracy in quantitative proteomics. Protein 

functions such as catalytic activity or specificity to substrates are regulated by polypeptides 

in a holoenzyme complex. In this scenario protein binding partners might be present in 

amounts that are not stoichiometric (195, 196). This property of proteins poses a problem in 

indentifying specific binding partners that are expressed at low levels from a vast number of 

highly expressed but low affinity non-specific binding proteins that are identified in 

immunoprecipitation techniques. One simple solution for this problem would be to increase 

the stringency level of purification methods. The caveat of this route is that the probability 

of still being able to detect specific binding partners with low affinity will most likely be 

reduced. In this study, we chose to use the stable isotope labeling with amino acids in cell 

culture (SILAC) quantitative proteomics as a method to identity CARD9 binding partners. 

In our experimental design we had the opportunity to incorporate a negative control in our 

mass spectrometry analysis which would enable use to distinguish specific binding partners 

from non-specific background proteins without using harsh washing conditions. Our mass 

spectrometry results have identified a large number of proteins; however, when comparing 

the ratios of specific to non-specific binding proteins, CARD9 was the only specific protein 

detected. In a separate experiment we detected CARMA1 as a binding partner for CARD9 

but in this case the signal-to-background ratio was still close to background levels. 
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 CARMA1 is known to regulate ITAM- associated receptor induced NF-κB 

activation in lymphoid lineage cells (85). Currently, there is no known ITAM-associated 

receptor in myeloid lineage cells that utilizes CARMA1. Thus, the question remains why in 

myeloid lineage cells, CARD9 but not CARMA1 functions downstream of ITAM-associated 

receptors and if there is redundancy between CARMA1 and CARD9 in myeloid lineage 

cells. 

Immunoprecipitation and mass spectrometry has been the classical method for 

identifying protein-protein interactions and is proven to be quite successful in identifying the 

core interacting proteins. We speculate that CARD9-BCL10 is one of these core complexes. 

However, this does not rule out the possibility of other proteins interacting with CARD9 but 

with a detection threshold too low for mass spectrometry analysis.  Aside from BCL10, 

CARD9 is shown to bind to Rac-GDI protein using the yellow fluorescent protein (YFP)-

based protein complementation assay (PCA/bimolecular fluorescent complementation 

(BiFC) (137). In this method protein-protein interactions will bring two fragments of YFP 

that have been tagged to two separate proteins into close proximity of each other, allowing 

for them to fold into a fluorescent protein (197). 

One of the challenges of immunoprecipitation coupled to mass spectrometry is the 

large numbers of false-positive proteins that are identified in the sample as well as in 

negative controls. Although tandem affinity purification has helped to reduce the level of 

background contaminants it also involves multiple purification steps that may cause the lost 

of transient or weak associations. Although the comparison of the experimental sample to 

the negative control is the first step into filtering the mass spectrometry data, it is still 
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possible that a real high-abundance interacting protein for the given target protein is detected 

at low levels in negative control samples. Therefore, in the field of proteomics designing 

novel methods for quantitative approaches is an active field of investigation. One of these 

new methods to help in quantification of mass spectrometry data is termed Significance 

Analysis of INTeractome (SAINT). This computational approach utilizes label-free 

quantitative data (i.e. Spectral counts) to assign each individual protein-protein complex a 

confidence value (198). To derive the probability of a true protein-protein interaction the 

SAINT algorithm will analyze data from control purifications and generates separate 

distributions for false and true interacting proteins. Although the power of this method of 

statistical analysis of the distributions of spectral counts has not yet been fully tested in 

experiments testing the biological function of specific protein-protein interactions, it may 

prove to enhance current mass spectrometry analysis of novel protein binding partners from 

the unavoidable background.  
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Chapter 6: Summary and Future Perspectives 

 

The results reported in this thesis elucidate a novel cell signaling pathway that our 

innate immune cells utilize, to recognize and combat fungal infections by Candida albicans. 

In our studies, phospholipase γ2, was identified as the main phospholipase activated in 

response to C. albicans. In macrophages, PLCγ2 is crucial for regulating JNK and ERK but 

not p38 pathways in response to C. albicans hyphae. In response to the yeast form of C. 

albicans, PLCγ2-deficient macrophages showed significantly decreased JNK activation 

whereas ERK activation was only partially defective. These results suggest that in response 

to hyphae ERK activation depends solely on PLCγ2 whereas in response to yeast, ERK 

activation is mediated by an additional pathway, possibly the Grb2/ Ras/ Raf1 signaling 

pathway. NF-κB activation in response to C. albicans is not mediated through MyD88. Our 

biochemical analysis revealed that PLCγ2 is required for NF-κB activation in response to 

both the yeast and hyphal form of C. albicans. The activation of the IKK complex 

downstream of the Dectin-2 receptor independently requires both CARD9 and PLCγ2. 

PLCγ2 is required for the production of proinflammatory cytokine and reactive oxygen 

species in innate anti-fungal immune responses. The defective immune response in PLCγ2-

deficient mice in comparison to WT mice was confirmed in vivo by challenging these mice 

with C. albicans. In our in vivo C. albicans infections, PLCγ2-deficient mice showed a 

higher fungal burden and decreased survival rates compared to WT mice. 

  Recent studies using myeloid specific TAK1-deficient mice, reported that peritoneal 

macrophages from TAK1-deficient mice did not show any obvious defects in NF-κB and 
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MAPK activation in response to TLR stimulation compared to WT mice. This finding was 

somewhat unexpected since it had been assumed that TAK1 regulates pattern recognition 

receptor signaling in innate immune cells. In a separate study, utilizing myeloid specific 

TAK1-deficient mice it is reported that these mice have impaired differentiation of bone 

marrow derived macrophages. These macrophages are defective in NF-κB and MAPK 

activation in response to TLR stimulation. In our studies, bone marrow from myeloid 

specific TAK1-deficient mice could not differentiate into macrophages. However, in mice 

that were both TAK1 and TNFR1-deficient, macrophages could be differentiated from their 

bone marrow. In bone marrow derived macrophages TAK1 is critical for NF-κB and MAPK 

activation. TAK1-deficiency decreased the amount of proinflammatory cytokine production, 

which could possibly dampen the adaptive immune system to fight Candida infections and 

increase the susceptibility of these mice to fungal infections. Upon C. albicans stimulation, 

TRAF6 is necessary to mediate NF-κB and MAPK activation. However, the mechanism 

which TAK1 and TRAF6 use to activate the IKK complex in response to C. albicans is 

different. Our results demonstrate that TAK1 regulates the phosphoylation of IKKα/β 

subunits whereas TRAF6 does not. 

Given the complex network of the immune system, the activation of this system is 

strictly regulated. Chronic inflammation caused by stimuli such as fungi has been linked to 

autoimmune diseases such as rheumatoid arthritis and psoriasis (199, 200). A recent study of 

candidemia incidence in unselected hematologic cancer patients at the University of Texas 

M.D. Anderson Cancer Center from 2001 to 2007 reports that the use of older and newer 

prophylaxis antifungal agents did not result in decreased incidence of candidemia (201). 
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Furthermore, despite the use of new antifungal agents attributable and crude mortality rates 

in these patients are still similar to those reported in the older studies (202) and the use of 

combination antifungal treatments did not associate with significant improvements in 

mortality rates (201). We hope that by better understanding the molecular mechanisms that 

regulate innate immune cell signaling we will provide a conceptual framework that will 

enable us to manipulate these responses to provide new therapies for human infection and 

disease. 

 

 



	
  
	
  
	
   	
  
	
  
	
  

	
   106	
  

 

 

 

Figure 6. Summary of the proposed model for C-type lectin receptor signaling in 

macrophages. 
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Future Perspectives 

 

The studies presented here delineate critical signaling pathways downstream of the 

C-type lectin receptors, which are required for innate host defense against fungal infections 

with C. albicans. These studies raise new questions that should be the topic of future 

investigations. We show that the activation of PLCγ2 is dependent on Syk. However, BTK 

inhibitors could not inhibit the phosphorylation of PLCγ2 or the activation of NF-κB in 

macrophages stimulated by C. albicans hyphae. BTK has a well-established role in BCR 

signaling. Following BCR activation, BTK translocates to the plasma membrane where it is 

phosphorylated by Src family kinases (203). BTK, using the adaptor protein BLNK, can 

phosphorylate PLCγ2, resulting in downstream BCR signaling. The genetic discorder, X-

linked agammaglobulinemia (XLA), which is characterized by loss-of-function mutations in 

the gene that encodes BTK, is characterized by recurrent bacterial and enteroviral infections 

but not fungal infections (204). This suggests that BTK is dispensable in anti-fungal 

immunity. Whether Syk directly phosphorylates PLCγ2 and if BLNK is required for PLCγ2 

activation are questions that need further investigation.  

The negative regulators of C-type lectin receptor signaling have yet to be described. 

In our studies, CYLD-deficient macrophages were not defective in cytokine production or 

NF-κB activation upon C. albicans stimulation. Further studies using A20-knockout 

macrophages will help to clarify the negative regulators of CLR signaling. 

C. albicans can trigger the activation of the cytosolic sensor NLRP3 inflammasome 

(153, 205). The NLRP3 inflammasome controls the activation of caspase-1, which cleaves 
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pro-IL-1β into mature IL-1β in the innate immune cells (206). Studies using Syk inhibitors 

and Syk-deficient dendritic cells show impaired pro-IL-1β production and inflammasome 

activation upon fungal stimulation (153). Furthermore, C. albicans induced inflammasome 

activation depends on Syk mediated ROS production (153). Our studies demonstrate that 

PLCγ2 can mediate hyphae-induced ROS production; Further studies are needed to 

determine if PLCγ2 is mediating inflammasome activation and caspase -1 processing. Aside 

from caspase-1, pro-IL-1β is processed by noncanonical inflammasomes in response to 

TLR4 and TLR3 ligands (207, 208). In DCs stimulated with curdlan, a noncanonical 

caspase-8-MALT1 inflammasome can become activated in a Syk-dependent manner. 

Similar to Syk inhibition, silencing of CARD9, BCL10 or MALT1 abrogated caspase-8 

activity in DCs stimulated with curdlan. Future studies using PLCγ2-deficient macrophages 

to investigate caspase-8 activity will provide insight into the newly discovered noncanonical 

inflammasome activation pathway. 

In addition to the established role of C-type lectin receptor signaling in innate host 

defense, the role of these signaling pathways in the pathogenesis of autoimmune diseases 

remains largely unknown. The majority of studies on commensal microbiota and its link to 

autoimmune diseases have focused on the intestinal bacteria. The interaction between the 

mammalian gut fungal community with innate immune receptor, Dectin-1 was shown to 

influence chemically induced colitis (209). Treatment with the anti-fungal drug Fluconazole 

ameliorated colitis in Dectin-1-deficient mice. A polymorphism in the Dectin-1 gene 

(CLEC7A) is strongly linked with a severe form of ulcerative colitis (209). In the 

gastrointestinal niche, whether other C-type lectin receptors such as Dectin-2 or Mincle 
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influence susceptibility to colitis remains to be investigated. The possibility exisits that 

commensal fungal organisms residing in the intestines not only affect immune responses 

locally, but also can alter immune responses in organs that are not in direct contact with 

intestinal microbiota.  

In the K/BxN T cell receptor transgenic mouse model of inflammatory arthritis, mice 

display attenuated arthritis when housed in germ-free conditions (210). The question 

remains if the K/BxN mouse model would be selectively colonized with specific strains of 

commensal fungi (gnotobiotic), how would this impact arthritis development? Furthermore, 

we could test the impact of C-type lectin receptor signaling in the development of arthritis 

by using the K/BxN serum transfer arthritis model on Dectin-1 or PLCγ2-deficient bone 

marrow chimera mice. It will also be interesting to investigate if Fluconazole treatment in 

the aforementioned experimental setting would ameliorate arthritis symptoms? It is tempting 

to speculate that if the K/BxN serum transfer arthritis model would be conducted under 

germ-free conditions mice will not develop autoimmune arthritis both in PLCγ2-deficient 

and WT mice. However if we reconstitute the mice intestines with one or more commensal 

fungal organisms this will increase arthritis symptoms in WT mice but not in PLCγ2-

deficient mice. 

Type-1 diabetes development in the NOD mouse strain can increase with cleaner 

housing facilities (211). How commensal fungi recognition influences type-1 diabetes 

penetrance has not been investigated. Generating NOD mice crossed with Dectin-1 or 

Dectin-2-deficient mice can be used to determine the role of commensal fungi in the 

pathogenesis of type-1 diabetes. The influence of commensal organisms on autoimmune 
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disease progression cannot be generalized. In the Aire-deficient mouse model of human 

disease, Autoimmune Polyendocrinopathy Syndrome type 1, germ-free facilities did not 

have any significant impact on the severity or progression of this multi-organ autoimmune 

disease (212). The pleiotropic effect of commensal organisms on autoimmune disease 

pathogenesis may in part be explained by the role that certain T helper subsets have in each 

disease. In autoimmune disease mouse models of colitis and rheumatoid arthritis, 

autoreactive Th17 cells have an important role in pathogenicity (210, 213). There is no 

published data demonstrating that Aire- deficiency affects Th17 cell populations, which may 

in part explain why germ-free housing does not have any significant impact on the 

progression of this disease. Dectin-1, Dectin-2 and CARD9 have been implicated in the 

differentiation of Th17 cells (214). Understanding the immune response to mycobiota and 

the affect of these signaling pathways on autoimmune diseases may directly be linked to 

how certain commensal organisms promote differentiation of certain subsets of T helper 

cells, such as Th17 cells in the small-intestinal lamina propria. Future investigations on the 

host innate immune response to commensal fungi may identify better therapeutic strategies 

for fighting invasive fungal infections and provide an opportunity to investigate the 

underlying mechanisms of autoimmune diseases that are influenced by inflammation.  

 

 

 

 

 
 



	
  
	
  
	
   	
  
	
  
	
  

	
   111	
  

Bibliography 
 
1. Taylor, L. H., S. M. Latham, and M. E. Woolhouse. 2001. Risk factors for human 

disease emergence. Philos Trans R Soc Lond B Biol Sci 356:983-989. 

2. McGinnis. 1996. Introduciton to Mycology. In Medical Microbiology. 

3. Warris, A., and P. E. Verweij. 2005. Clinical implications of environmental sources 

for Aspergillus. Med Mycol 43 Suppl 1:S59-65. 

4. Guery, B. P., M. C. Arendrup, G. Auzinger, E. Azoulay, M. Borges Sa, E. M. 

Johnson, E. Muller, C. Putensen, C. Rotstein, G. Sganga, M. Venditti, R. Zaragoza 

Crespo, and B. J. Kullberg. 2009. Management of invasive candidiasis and 

candidemia in adult non-neutropenic intensive care unit patients: Part I. 

Epidemiology and diagnosis. Intensive Care Med 35:55-62. 

5. Fidel, P. L., Jr. 2007. History and update on host defense against vaginal candidiasis. 

Am J Reprod Immunol 57:2-12. 

6. Pfaller, M. A., and D. J. Diekema. 2007. Epidemiology of invasive candidiasis: a 

persistent public health problem. Clin Microbiol Rev 20:133-163. 

7. Sobel, J. D. 2007. Vulvovaginal candidosis. Lancet 369:1961-1971. 

8. Brown, A. J., F. C. Odds, and N. A. Gow. 2007. Infection-related gene expression in 

Candida albicans. Curr Opin Microbiol 10:307-313. 

9. Richards, M. J., J. R. Edwards, D. H. Culver, and R. P. Gaynes. 2000. Nosocomial 

infections in combined medical-surgical intensive care units in the United States. 

Infect Control Hosp Epidemiol 21:510-515. 



	
  
	
  
	
   	
  
	
  
	
  

	
   112	
  

10. Blumberg, H. M., W. R. Jarvis, J. M. Soucie, J. E. Edwards, J. E. Patterson, M. A. 

Pfaller, M. S. Rangel-Frausto, M. G. Rinaldi, L. Saiman, R. T. Wiblin, and R. P. 

Wenzel. 2001. Risk factors for candidal bloodstream infections in surgical intensive 

care unit patients: the NEMIS prospective multicenter study. The National 

Epidemiology of Mycosis Survey. Clin Infect Dis 33:177-186. 

11. Diekema, D. J., S. A. Messer, A. B. Brueggemann, S. L. Coffman, G. V. Doern, L. 

A. Herwaldt, and M. A. Pfaller. 2002. Epidemiology of candidemia: 3-year results 

from the emerging infections and the epidemiology of Iowa organisms study. J Clin 

Microbiol 40:1298-1302. 

12. Chow, J. K., Y. Golan, R. Ruthazer, A. W. Karchmer, Y. Carmeli, D. Lichtenberg, 

V. Chawla, J. Young, and S. Hadley. 2008. Factors associated with candidemia 

caused by non-albicans Candida species versus Candida albicans in the intensive 

care unit. Clin Infect Dis 46:1206-1213. 

13. Leroy, O., J. P. Gangneux, P. Montravers, J. P. Mira, F. Gouin, J. P. Sollet, J. Carlet, 

J. Reynes, M. Rosenheim, B. Regnier, and O. Lortholary. 2009. Epidemiology, 

management, and risk factors for death of invasive Candida infections in critical 

care: a multicenter, prospective, observational study in France (2005-2006). Crit 

Care Med 37:1612-1618. 

14. Bassetti, M., M. Mikulska, and C. Viscoli. Bench-to-bedside review: therapeutic 

management of invasive candidiasis in the intensive care unit. Crit Care 14:244. 

15. Sobel, J. D., G. Muller, and H. R. Buckley. 1984. Critical role of germ tube 

formation in the pathogenesis of candidal vaginitis. Infect Immun 44:576-580. 



	
  
	
  
	
   	
  
	
  
	
  

	
   113	
  

16. Sudbery, P., N. Gow, and J. Berman. 2004. The distinct morphogenic states of 

Candida albicans. Trends Microbiol 12:317-324. 

17. Whiteway, M., and C. Bachewich. 2007. Morphogenesis in Candida albicans. Annu 

Rev Microbiol 61:529-553. 

18. Biswas, S., P. Van Dijck, and A. Datta. 2007. Environmental sensing and signal 

transduction pathways regulating morphopathogenic determinants of Candida 

albicans. Microbiol Mol Biol Rev 71:348-376. 

19. Schweizer, A., S. Rupp, B. N. Taylor, M. Rollinghoff, and K. Schroppel. 2000. The 

TEA/ATTS transcription factor CaTec1p regulates hyphal development and 

virulence in Candida albicans. Mol Microbiol 38:435-445. 

20. Davis, D., R. B. Wilson, and A. P. Mitchell. 2000. RIM101-dependent and-

independent pathways govern pH responses in Candida albicans. Mol Cell Biol 

20:971-978. 

21. Gow, N. A., F. L. van de Veerdonk, A. J. Brown, and M. G. Netea. Candida albicans 

morphogenesis and host defence: discriminating invasion from colonization. Nat Rev 

Microbiol 10:112-122. 

22. Deveau, A., A. E. Piispanen, A. A. Jackson, and D. A. Hogan. Farnesol induces 

hydrogen peroxide resistance in Candida albicans yeast by inhibiting the Ras-cyclic 

AMP signaling pathway. Eukaryot Cell 9:569-577. 

23. Slutsky, B., M. Staebell, J. Anderson, L. Risen, M. Pfaller, and D. R. Soll. 1987. 

"White-opaque transition": a second high-frequency switching system in Candida 

albicans. J Bacteriol 169:189-197. 



	
  
	
  
	
   	
  
	
  
	
  

	
   114	
  

24. Ramirez-Zavala, B., O. Reuss, Y. N. Park, K. Ohlsen, and J. Morschhauser. 2008. 

Environmental induction of white-opaque switching in Candida albicans. PLoS 

Pathog 4:e1000089. 

25. Miller, M. G., and A. D. Johnson. 2002. White-opaque switching in Candida 

albicans is controlled by mating-type locus homeodomain proteins and allows 

efficient mating. Cell 110:293-302. 

26. Soll, D. R. 1992. High-frequency switching in Candida albicans. Clin Microbiol Rev 

5:183-203. 

27. Lachke, S. A., S. R. Lockhart, K. J. Daniels, and D. R. Soll. 2003. Skin facilitates 

Candida albicans mating. Infect Immun 71:4970-4976. 

28. Lohse, M. B., and A. D. Johnson. 2008. Differential phagocytosis of white versus 

opaque Candida albicans by Drosophila and mouse phagocytes. PLoS One 3:e1473. 

29. Klis, F. M., P. de Groot, and K. Hellingwerf. 2001. Molecular organization of the 

cell wall of Candida albicans. Med Mycol 39 Suppl 1:1-8. 

30. Suzuki, A., N. Shibata, M. Suzuki, F. Saitoh, Y. Takata, A. Oshie, H. Oyamada, H. 

Kobayashi, S. Suzuki, and Y. Okawa. 1996. Characterization of alpha-1,6-

mannosyltransferase responsible for the synthesis of branched side chains in Candida 

albicans mannan. Eur J Biochem 240:37-44. 

31. Shibata, N., M. Onozawa, N. Tadano, Y. Hinosawa, A. Suzuki, K. Ikuta, H. 

Kobayashi, S. Suzuki, and Y. Okawa. 1996. Structure and antigenicity of the 

mannans of Candida famata and Candida saitoana: comparative study with the 

mannan of Candida guilliermondii. Arch Biochem Biophys 336:49-58. 



	
  
	
  
	
   	
  
	
  
	
  

	
   115	
  

32. Ruiz-Herrera, J., M. V. Elorza, E. Valentin, and R. Sentandreu. 2006. Molecular 

organization of the cell wall of Candida albicans and its relation to pathogenicity. 

FEMS Yeast Res 6:14-29. 

33. Chaffin, W. L. 2008. Candida albicans cell wall proteins. Microbiol Mol Biol Rev 

72:495-544. 

34. Hoyer, L. L., C. B. Green, S. H. Oh, and X. Zhao. 2008. Discovering the secrets of 

the Candida albicans agglutinin-like sequence (ALS) gene family--a sticky pursuit. 

Med Mycol 46:1-15. 

35. Zhao, X., S. H. Oh, K. M. Yeater, and L. L. Hoyer. 2005. Analysis of the Candida 

albicans Als2p and Als4p adhesins suggests the potential for compensatory function 

within the Als family. Microbiology 151:1619-1630. 

36. Hoyer, L. L. 2001. The ALS gene family of Candida albicans. Trends Microbiol 

9:176-180. 

37. Fradin, C., P. De Groot, D. MacCallum, M. Schaller, F. Klis, F. C. Odds, and B. 

Hube. 2005. Granulocytes govern the transcriptional response, morphology and 

proliferation of Candida albicans in human blood. Mol Microbiol 56:397-415. 

38. Underhill, D. M., and A. Ozinsky. 2002. Phagocytosis of microbes: complexity in 

action. Annu Rev Immunol 20:825-852. 

39. Eyles, J. L., A. W. Roberts, D. Metcalf, and I. P. Wicks. 2006. Granulocyte colony-

stimulating factor and neutrophils--forgotten mediators of inflammatory disease. Nat 

Clin Pract Rheumatol 2:500-510. 

40. Romani, L. 2004. Immunity to fungal infections. Nat Rev Immunol 4:1-23. 



	
  
	
  
	
   	
  
	
  
	
  

	
   116	
  

41. Brown, G. D. 2006. Dectin-1: a signalling non-TLR pattern-recognition receptor. Nat 

Rev Immunol 6:33-43. 

42. Abbas, A. K. a. A. H. L. 2006. Basic Immunology. saunders 

. 

43. Netea, M. G., G. D. Brown, B. J. Kullberg, and N. A. Gow. 2008. An integrated 

model of the recognition of Candida albicans by the innate immune system. Nat Rev 

Microbiol 6:67-78. 

44. Figdor, C. G., Y. van Kooyk, and G. J. Adema. 2002. C-type lectin receptors on 

dendritic cells and Langerhans cells. Nat Rev Immunol 2:77-84. 

45. Zelensky, A. N., and J. E. Gready. 2005. The C-type lectin-like domain superfamily. 

FEBS J 272:6179-6217. 

46. Ariizumi, K., G. L. Shen, S. Shikano, S. Xu, R. Ritter, 3rd, T. Kumamoto, D. 

Edelbaum, A. Morita, P. R. Bergstresser, and A. Takashima. 2000. Identification of a 

novel, dendritic cell-associated molecule, dectin-1, by subtractive cDNA cloning. J 

Biol Chem 275:20157-20167. 

47. Kerrigan, A. M., and G. D. Brown. Syk-coupled C-type lectin receptors that mediate 

cellular activation via single tyrosine based activation motifs. Immunol Rev 234:335-

352. 

48. Rogers, N. C., E. C. Slack, A. D. Edwards, M. A. Nolte, O. Schulz, E. 

Schweighoffer, D. L. Williams, S. Gordon, V. L. Tybulewicz, G. D. Brown, and C. 

Reis e Sousa. 2005. Syk-dependent cytokine induction by Dectin-1 reveals a novel 

pattern recognition pathway for C type lectins. Immunity 22:507-517. 



	
  
	
  
	
   	
  
	
  
	
  

	
   117	
  

49. Gringhuis, S. I., J. den Dunnen, M. Litjens, M. van der Vlist, B. Wevers, S. C. 

Bruijns, and T. B. Geijtenbeek. 2009. Dectin-1 directs T helper cell differentiation by 

controlling noncanonical NF-kappaB activation through Raf-1 and Syk. Nat 

Immunol 10:203-213. 

50. Hernanz-Falcon, P., O. Joffre, D. L. Williams, and C. Reis e Sousa. 2009. 

Internalization of Dectin-1 terminates induction of inflammatory responses. Eur J 

Immunol 39:507-513. 

51. Herre, J., S. Gordon, and G. D. Brown. 2004. Dectin-1 and its role in the recognition 

of beta-glucans by macrophages. Mol Immunol 40:869-876. 

52. Gantner, B. N., R. M. Simmons, S. J. Canavera, S. Akira, and D. M. Underhill. 2003. 

Collaborative induction of inflammatory responses by dectin-1 and Toll-like receptor 

2. J Exp Med 197:1107-1117. 

53. Gantner, B. N., R. M. Simmons, and D. M. Underhill. 2005. Dectin-1 mediates 

macrophage recognition of Candida albicans yeast but not filaments. EMBO J 

24:1277-1286. 

54. Taylor, P. R., S. V. Tsoni, J. A. Willment, K. M. Dennehy, M. Rosas, H. Findon, K. 

Haynes, C. Steele, M. Botto, S. Gordon, and G. D. Brown. 2007. Dectin-1 is required 

for beta-glucan recognition and control of fungal infection. Nat Immunol 8:31-38. 

55. Gales, A., A. Conduche, J. Bernad, L. Lefevre, D. Olagnier, M. Beraud, G. Martin-

Blondel, M. D. Linas, J. Auwerx, A. Coste, and B. Pipy. PPARgamma controls 

dectin-1 expression required for host antifungal defense against Candida albicans. 

PLoS Pathog 6:e1000714. 



	
  
	
  
	
   	
  
	
  
	
  

	
   118	
  

56. Ferwerda, B., G. Ferwerda, T. S. Plantinga, J. A. Willment, A. B. van Spriel, H. 

Venselaar, C. C. Elbers, M. D. Johnson, A. Cambi, C. Huysamen, L. Jacobs, T. 

Jansen, K. Verheijen, L. Masthoff, S. A. Morre, G. Vriend, D. L. Williams, J. R. 

Perfect, L. A. Joosten, C. Wijmenga, J. W. van der Meer, G. J. Adema, B. J. 

Kullberg, G. D. Brown, and M. G. Netea. 2009. Human dectin-1 deficiency and 

mucocutaneous fungal infections. N Engl J Med 361:1760-1767. 

57. Said-Sadier, N., E. Padilla, G. Langsley, and D. M. Ojcius. Aspergillus fumigatus 

stimulates the NLRP3 inflammasome through a pathway requiring ROS production 

and the Syk tyrosine kinase. PLoS One 5:e10008. 

58. Gersuk, G. M., D. M. Underhill, L. Zhu, and K. A. Marr. 2006. Dectin-1 and TLRs 

permit macrophages to distinguish between different Aspergillus fumigatus cellular 

states. J Immunol 176:3717-3724. 

59. Werner, J. L., A. E. Metz, D. Horn, T. R. Schoeb, M. M. Hewitt, L. M. Schwiebert, 

I. Faro-Trindade, G. D. Brown, and C. Steele. 2009. Requisite role for the dectin-1 

beta-glucan receptor in pulmonary defense against Aspergillus fumigatus. J Immunol 

182:4938-4946. 

60. Kanazawa, N., K. Tashiro, K. Inaba, M. B. Lutz, and Y. Miyachi. 2004. Molecular 

cloning of human dectin-2. J Invest Dermatol 122:1522-1524. 

61. McGreal, E. P., M. Rosas, G. D. Brown, S. Zamze, S. Y. Wong, S. Gordon, L. 

Martinez-Pomares, and P. R. Taylor. 2006. The carbohydrate-recognition domain of 

Dectin-2 is a C-type lectin with specificity for high mannose. Glycobiology 16:422-

430. 



	
  
	
  
	
   	
  
	
  
	
  

	
   119	
  

62. Bi, L., S. Gojestani, W. Wu, Y. M. Hsu, J. Zhu, K. Ariizumi, and X. Lin. CARD9 

mediates dectin-2-induced IkappaBalpha kinase ubiquitination leading to activation 

of NF-kappaB in response to stimulation by the hyphal form of Candida albicans. J 

Biol Chem 285:25969-25977. 

63. Sato, K., X. L. Yang, T. Yudate, J. S. Chung, J. Wu, K. Luby-Phelps, R. P. 

Kimberly, D. Underhill, P. D. Cruz, Jr., and K. Ariizumi. 2006. Dectin-2 is a pattern 

recognition receptor for fungi that couples with the Fc receptor gamma chain to 

induce innate immune responses. J Biol Chem 281:38854-38866. 

64. Saijo, S., S. Ikeda, K. Yamabe, S. Kakuta, H. Ishigame, A. Akitsu, N. Fujikado, T. 

Kusaka, S. Kubo, S. H. Chung, R. Komatsu, N. Miura, Y. Adachi, N. Ohno, K. 

Shibuya, N. Yamamoto, K. Kawakami, S. Yamasaki, T. Saito, S. Akira, and Y. 

Iwakura. Dectin-2 recognition of alpha-mannans and induction of Th17 cell 

differentiation is essential for host defense against Candida albicans. Immunity 

32:681-691. 

65. Ritter, M., O. Gross, S. Kays, J. Ruland, F. Nimmerjahn, S. Saijo, J. Tschopp, L. E. 

Layland, and C. Prazeres da Costa. Schistosoma mansoni triggers Dectin-2, which 

activates the Nlrp3 inflammasome and alters adaptive immune responses. Proc Natl 

Acad Sci U S A 107:20459-20464. 

66. Barrett, N. A., A. Maekawa, O. M. Rahman, K. F. Austen, and Y. Kanaoka. 2009. 

Dectin-2 recognition of house dust mite triggers cysteinyl leukotriene generation by 

dendritic cells. J Immunol 182:1119-1128. 



	
  
	
  
	
   	
  
	
  
	
  

	
   120	
  

67. Wells, C. A., J. A. Salvage-Jones, X. Li, K. Hitchens, S. Butcher, R. Z. Murray, A. 

G. Beckhouse, Y. L. Lo, S. Manzanero, C. Cobbold, K. Schroder, B. Ma, S. Orr, L. 

Stewart, D. Lebus, P. Sobieszczuk, D. A. Hume, J. Stow, H. Blanchard, and R. B. 

Ashman. 2008. The macrophage-inducible C-type lectin, mincle, is an essential 

component of the innate immune response to Candida albicans. J Immunol 

180:7404-7413. 

68. Yamasaki, S., E. Ishikawa, M. Sakuma, H. Hara, K. Ogata, and T. Saito. 2008. 

Mincle is an ITAM-coupled activating receptor that senses damaged cells. Nat 

Immunol 9:1179-1188. 

69. Fradin, C., D. Poulain, and T. Jouault. 2000. beta-1,2-linked oligomannosides from 

Candida albicans bind to a 32-kilodalton macrophage membrane protein homologous 

to the mammalian lectin galectin-3. Infect Immun 68:4391-4398. 

70. Kohatsu, L., D. K. Hsu, A. G. Jegalian, F. T. Liu, and L. G. Baum. 2006. Galectin-3 

induces death of Candida species expressing specific beta-1,2-linked mannans. J 

Immunol 177:4718-4726. 

71. Esteban, A., M. W. Popp, V. K. Vyas, K. Strijbis, H. L. Ploegh, and G. R. Fink. 

Fungal recognition is mediated by the association of dectin-1 and galectin-3 in 

macrophages. Proc Natl Acad Sci U S A 108:14270-14275. 

72. Bugarcic, A., K. Hitchens, A. G. Beckhouse, C. A. Wells, R. B. Ashman, and H. 

Blanchard. 2008. Human and mouse macrophage-inducible C-type lectin (Mincle) 

bind Candida albicans. Glycobiology 18:679-685. 



	
  
	
  
	
   	
  
	
  
	
  

	
   121	
  

73. Cambi, A., M. G. Netea, H. M. Mora-Montes, N. A. Gow, S. V. Hato, D. W. 

Lowman, B. J. Kullberg, R. Torensma, D. L. Williams, and C. G. Figdor. 2008. 

Dendritic cell interaction with Candida albicans critically depends on N-linked 

mannan. J Biol Chem 283:20590-20599. 

74. 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. 

75. Sen, R., and D. Baltimore. 1986. Inducibility of kappa immunoglobulin enhancer-

binding protein Nf-kappa B by a posttranslational mechanism. Cell 47:921-928. 

76. Vallabhapurapu, S., and M. Karin. 2009. Regulation and function of NF-kappaB 

transcription factors in the immune system. Annu Rev Immunol 27:693-733. 

77. Delhase, M., M. Hayakawa, Y. Chen, and M. Karin. 1999. Positive and negative 

regulation of IkappaB kinase activity through IKKbeta subunit phosphorylation. 

Science 284:309-313. 

78. Chen, Z. J., L. Parent, and T. Maniatis. 1996. Site-specific phosphorylation of 

IkappaBalpha by a novel ubiquitination-dependent protein kinase activity. Cell 

84:853-862. 

79. Tang, E. D., C. Y. Wang, Y. Xiong, and K. L. Guan. 2003. A role for NF-kappaB 

essential modifier/IkappaB kinase-gamma (NEMO/IKKgamma) ubiquitination in the 

activation of the IkappaB kinase complex by tumor necrosis factor-alpha. J Biol 

Chem 278:37297-37305. 



	
  
	
  
	
   	
  
	
  
	
  

	
   122	
  

80. Zhou, H., I. Wertz, K. O'Rourke, M. Ultsch, S. Seshagiri, M. Eby, W. Xiao, and V. 

M. Dixit. 2004. Bcl10 activates the NF-kappaB pathway through ubiquitination of 

NEMO. Nature 427:167-171. 

81. Schmid, J. A., and A. Birbach. 2008. IkappaB kinase beta (IKKbeta/IKK2/IKBKB)--

a key molecule in signaling to the transcription factor NF-kappaB. Cytokine Growth 

Factor Rev 19:157-165. 

82. Chen, Z., J. Hagler, V. J. Palombella, F. Melandri, D. Scherer, D. Ballard, and T. 

Maniatis. 1995. Signal-induced site-specific phosphorylation targets I kappa B alpha 

to the ubiquitin-proteasome pathway. Genes Dev 9:1586-1597. 

83. Scherer, D. C., J. A. Brockman, Z. Chen, T. Maniatis, and D. W. Ballard. 1995. 

Signal-induced degradation of I kappa B alpha requires site-specific ubiquitination. 

Proc Natl Acad Sci U S A 92:11259-11263. 

84. Sun, S. C. Non-canonical NF-kappaB signaling pathway. Cell Res 21:71-85. 

85. Hara, H., C. Ishihara, A. Takeuchi, L. Xue, S. W. Morris, J. M. Penninger, H. 

Yoshida, and T. Saito. 2008. Cell type-specific regulation of ITAM-mediated NF-

kappaB activation by the adaptors, CARMA1 and CARD9. J Immunol 181:918-930. 

86. Simeoni, L., S. Kliche, J. Lindquist, and B. Schraven. 2004. Adaptors and linkers in 

T and B cells. Curr Opin Immunol 16:304-313. 

87. Hara, H., and T. Saito. 2009. CARD9 versus CARMA1 in innate and adaptive 

immunity. Trends Immunol 30:234-242. 

88. Blonska, M., and X. Lin. NF-kappaB signaling pathways regulated by CARMA 

family of scaffold proteins. Cell Res 21:55-70. 



	
  
	
  
	
   	
  
	
  
	
  

	
   123	
  

89. Bertin, J., L. Wang, Y. Guo, M. D. Jacobson, J. L. Poyet, S. M. Srinivasula, S. 

Merriam, P. S. DiStefano, and E. S. Alnemri. 2001. CARD11 and CARD14 are 

novel caspase recruitment domain (CARD)/membrane-associated guanylate kinase 

(MAGUK) family members that interact with BCL10 and activate NF-kappa B. J 

Biol Chem 276:11877-11882. 

90. Wang, L., Y. Guo, W. J. Huang, X. Ke, J. L. Poyet, G. A. Manji, S. Merriam, M. A. 

Glucksmann, P. S. DiStefano, E. S. Alnemri, and J. Bertin. 2001. Card10 is a novel 

caspase recruitment domain/membrane-associated guanylate kinase family member 

that interacts with BCL10 and activates NF-kappa B. J Biol Chem 276:21405-21409. 

91. Wegener, E., and D. Krappmann. 2007. CARD-Bcl10-Malt1 signalosomes: missing 

link to NF-kappaB. Sci STKE 2007:pe21. 

92. Lin, X., and D. Wang. 2004. The roles of CARMA1, Bcl10, and MALT1 in antigen 

receptor signaling. Semin Immunol 16:429-435. 

93. Bae, Y. S., L. G. Cantley, C. S. Chen, S. R. Kim, K. S. Kwon, and S. G. Rhee. 1998. 

Activation of phospholipase C-gamma by phosphatidylinositol 3,4,5-trisphosphate. J 

Biol Chem 273:4465-4469. 

94. Ji, Q. S., G. E. Winnier, K. D. Niswender, D. Horstman, R. Wisdom, M. A. 

Magnuson, and G. Carpenter. 1997. Essential role of the tyrosine kinase substrate 

phospholipase C-gamma1 in mammalian growth and development. Proc Natl Acad 

Sci U S A 94:2999-3003. 



	
  
	
  
	
   	
  
	
  
	
  

	
   124	
  

95. Sun, L., L. Deng, C. K. Ea, Z. P. Xia, and Z. J. Chen. 2004. The TRAF6 ubiquitin 

ligase and TAK1 kinase mediate IKK activation by BCL10 and MALT1 in T 

lymphocytes. Mol Cell 14:289-301. 

96. Saijo, S., and Y. Iwakura. Dectin-1 and Dectin-2 in innate immunity against fungi. 

Int Immunol 23:467-472. 

97. Robinson, M. J., F. Osorio, M. Rosas, R. P. Freitas, E. Schweighoffer, O. Gross, J. S. 

Verbeek, J. Ruland, V. Tybulewicz, G. D. Brown, L. F. Moita, P. R. Taylor, and C. 

Reis e Sousa. 2009. Dectin-2 is a Syk-coupled pattern recognition receptor crucial 

for Th17 responses to fungal infection. J Exp Med 206:2037-2051. 

98. Bertin, J., Y. Guo, L. Wang, S. M. Srinivasula, M. D. Jacobson, J. L. Poyet, S. 

Merriam, M. Q. Du, M. J. Dyer, K. E. Robison, P. S. DiStefano, and E. S. Alnemri. 

2000. CARD9 is a novel caspase recruitment domain-containing protein that 

interacts with BCL10/CLAP and activates NF-kappa B. J Biol Chem 275:41082-

41086. 

99. Hara, H., C. Ishihara, A. Takeuchi, T. Imanishi, L. Xue, S. W. Morris, M. Inui, T. 

Takai, A. Shibuya, S. Saijo, Y. Iwakura, N. Ohno, H. Koseki, H. Yoshida, J. M. 

Penninger, and T. Saito. 2007. The adaptor protein CARD9 is essential for the 

activation of myeloid cells through ITAM-associated and Toll-like receptors. Nat 

Immunol 8:619-629. 

100. Hsu, Y. M., Y. Zhang, Y. You, D. Wang, H. Li, O. Duramad, X. F. Qin, C. Dong, 

and X. Lin. 2007. The adaptor protein CARD9 is required for innate immune 

responses to intracellular pathogens. Nat Immunol 8:198-205. 



	
  
	
  
	
   	
  
	
  
	
  

	
   125	
  

101. Glocker, E. O., A. Hennigs, M. Nabavi, A. A. Schaffer, C. Woellner, U. Salzer, D. 

Pfeifer, H. Veelken, K. Warnatz, F. Tahami, S. Jamal, A. Manguiat, N. Rezaei, A. A. 

Amirzargar, A. Plebani, N. Hannesschlager, O. Gross, J. Ruland, and B. Grimbacher. 

2009. A homozygous CARD9 mutation in a family with susceptibility to fungal 

infections. N Engl J Med 361:1727-1735. 

102. Korn, T., E. Bettelli, M. Oukka, and V. K. Kuchroo. 2009. IL-17 and Th17 Cells. 

Annu Rev Immunol 27:485-517. 

103. Leibundgut-Landmann, S., F. Osorio, G. D. Brown, and C. Reis e Sousa. 2008. 

Stimulation of dendritic cells via the dectin-1/Syk pathway allows priming of 

cytotoxic T-cell responses. Blood 112:4971-4980. 

104. LeibundGut-Landmann, S., O. Gross, M. J. Robinson, F. Osorio, E. C. Slack, S. V. 

Tsoni, E. Schweighoffer, V. Tybulewicz, G. D. Brown, J. Ruland, and C. Reis e 

Sousa. 2007. Syk- and CARD9-dependent coupling of innate immunity to the 

induction of T helper cells that produce interleukin 17. Nat Immunol 8:630-638. 

105. Dennehy, K. M., J. A. Willment, D. L. Williams, and G. D. Brown. 2009. Reciprocal 

regulation of IL-23 and IL-12 following co-activation of Dectin-1 and TLR signaling 

pathways. Eur J Immunol 39:1379-1386. 

106. van der Velden, W. J., T. S. Plantinga, T. Feuth, J. P. Donnelly, M. G. Netea, and N. 

M. Blijlevens. The incidence of acute graft-versus-host disease increases with 

Candida colonization depending the dectin-1 gene status. Clin Immunol 136:302-

306. 



	
  
	
  
	
   	
  
	
  
	
  

	
   126	
  

107. Scherwitz, C. 1982. Ultrastructure of human cutaneous candidosis. J Invest Dermatol 

78:200-205. 

108. Li, L., and A. Dongari-Bagtzoglou. 2009. Epithelial GM-CSF induction by Candida 

glabrata. J Dent Res 88:746-751. 

109. Weindl, G., J. R. Naglik, S. Kaesler, T. Biedermann, B. Hube, H. C. Korting, and M. 

Schaller. 2007. Human epithelial cells establish direct antifungal defense through 

TLR4-mediated signaling. J Clin Invest 117:3664-3672. 

110. Hube, B., D. Sanglard, F. C. Odds, D. Hess, M. Monod, W. Schafer, A. J. Brown, 

and N. A. Gow. 1997. Disruption of each of the secreted aspartyl proteinase genes 

SAP1, SAP2, and SAP3 of Candida albicans attenuates virulence. Infect Immun 

65:3529-3538. 

111. Naglik, J. R., S. J. Challacombe, and B. Hube. 2003. Candida albicans secreted 

aspartyl proteinases in virulence and pathogenesis. Microbiol Mol Biol Rev 67:400-

428, table of contents. 

112. Moreno-Ruiz, E., M. Galan-Diez, W. Zhu, E. Fernandez-Ruiz, C. d'Enfert, S. G. 

Filler, P. Cossart, and E. Veiga. 2009. Candida albicans internalization by host cells 

is mediated by a clathrin-dependent mechanism. Cell Microbiol 11:1179-1189. 

113. Park, H., C. L. Myers, D. C. Sheppard, Q. T. Phan, A. A. Sanchez, E. E. J, and S. G. 

Filler. 2005. Role of the fungal Ras-protein kinase A pathway in governing epithelial 

cell interactions during oropharyngeal candidiasis. Cell Microbiol 7:499-510. 

114. Moyes, D. L., M. Runglall, C. Murciano, C. Shen, D. Nayar, S. Thavaraj, A. Kohli, 

A. Islam, H. Mora-Montes, S. J. Challacombe, and J. R. Naglik. A biphasic innate 



	
  
	
  
	
   	
  
	
  
	
  

	
   127	
  

immune MAPK response discriminates between the yeast and hyphal forms of 

Candida albicans in epithelial cells. Cell Host Microbe 8:225-235. 

115. van de Veerdonk, F. L., L. A. Joosten, I. Devesa, H. M. Mora-Montes, T. D. 

Kanneganti, C. A. Dinarello, J. W. van der Meer, N. A. Gow, B. J. Kullberg, and M. 

G. Netea. 2009. Bypassing pathogen-induced inflammasome activation for the 

regulation of interleukin-1beta production by the fungal pathogen Candida albicans. 

J Infect Dis 199:1087-1096. 

116. Eyerich, S., J. Wagener, V. Wenzel, C. Scarponi, D. Pennino, C. Albanesi, M. 

Schaller, H. Behrendt, J. Ring, C. B. Schmidt-Weber, A. Cavani, M. Mempel, C. 

Traidl-Hoffmann, and K. Eyerich. IL-22 and TNF-alpha represent a key cytokine 

combination for epidermal integrity during infection with Candida albicans. Eur J 

Immunol 41:1894-1901. 

117. Ouyang, W., J. K. Kolls, and Y. Zheng. 2008. The biological functions of T helper 

17 cell effector cytokines in inflammation. Immunity 28:454-467. 

118. Piccini, A., S. Carta, S. Tassi, D. Lasiglie, G. Fossati, and A. Rubartelli. 2008. ATP 

is released by monocytes stimulated with pathogen-sensing receptor ligands and 

induces IL-1beta and IL-18 secretion in an autocrine way. Proc Natl Acad Sci U S A 

105:8067-8072. 

119. Gow, N. A., M. G. Netea, C. A. Munro, G. Ferwerda, S. Bates, H. M. Mora-Montes, 

L. Walker, T. Jansen, L. Jacobs, V. Tsoni, G. D. Brown, F. C. Odds, J. W. Van der 

Meer, A. J. Brown, and B. J. Kullberg. 2007. Immune recognition of Candida 

albicans beta-glucan by dectin-1. J Infect Dis 196:1565-1571. 



	
  
	
  
	
   	
  
	
  
	
  

	
   128	
  

120. Fernandez-Arenas, E., C. K. Bleck, C. Nombela, C. Gil, G. Griffiths, and R. Diez-

Orejas. 2009. Candida albicans actively modulates intracellular membrane 

trafficking in mouse macrophage phagosomes. Cell Microbiol 11:560-589. 

121. Nakagawa, Y., T. Kanbe, and I. Mizuguchi. 2003. Disruption of the human 

pathogenic yeast Candida albicans catalase gene decreases survival in mouse-model 

infection and elevates susceptibility to higher temperature and to detergents. 

Microbiol Immunol 47:395-403. 

122. Wellington, M., K. Dolan, and D. J. Krysan. 2009. Live Candida albicans suppresses 

production of reactive oxygen species in phagocytes. Infect Immun 77:405-413. 

123. Abe, S., R. Tsunashima, R. Iijima, T. Yamada, N. Maruyama, T. Hisajima, Y. Abe, 

H. Oshima, and M. Yamazaki. 2009. Suppression of anti-Candida activity of 

macrophages by a quorum-sensing molecule, farnesol, through induction of 

oxidative stress. Microbiol Immunol 53:323-330. 

124. Westwater, C., E. Balish, and D. A. Schofield. 2005. Candida albicans-conditioned 

medium protects yeast cells from oxidative stress: a possible link between quorum 

sensing and oxidative stress resistance. Eukaryot Cell 4:1654-1661. 

125. Ghosh, S., N. Howe, K. Volk, S. Tati, K. W. Nickerson, and T. M. Petro. Candida 

albicans cell wall components and farnesol stimulate the expression of both 

inflammatory and regulatory cytokines in the murine RAW264.7 macrophage cell 

line. FEMS Immunol Med Microbiol 60:63-73. 



	
  
	
  
	
   	
  
	
  
	
  

	
   129	
  

126. Cheng, S. C., F. van de Veerdonk, S. Smeekens, L. A. Joosten, J. W. van der Meer, 

B. J. Kullberg, and M. G. Netea. Candida albicans dampens host defense by 

downregulating IL-17 production. J Immunol 185:2450-2457. 

127. Essen, L. O., O. Perisic, R. Cheung, M. Katan, and R. L. Williams. 1996. Crystal 

structure of a mammalian phosphoinositide-specific phospholipase C delta. Nature 

380:595-602. 

128. Homma, Y., T. Takenawa, Y. Emori, H. Sorimachi, and K. Suzuki. 1989. Tissue- 

and cell type-specific expression of mRNAs for four types of inositol phospholipid-

specific phospholipase C. Biochem Biophys Res Commun 164:406-412. 

129. Kamat, A., and G. Carpenter. 1997. Phospholipase C-gamma1: regulation of enzyme 

function and role in growth factor-dependent signal transduction. Cytokine Growth 

Factor Rev 8:109-117. 

130. Hubbard, S. R., and J. H. Till. 2000. Protein tyrosine kinase structure and function. 

Annu Rev Biochem 69:373-398. 

131. Park, D. J., H. W. Rho, and S. G. Rhee. 1991. CD3 stimulation causes 

phosphorylation of phospholipase C-gamma 1 on serine and tyrosine residues in a 

human T-cell line. Proc Natl Acad Sci U S A 88:5453-5456. 

132. Roifman, C. M., and G. Wang. 1992. Phospholipase C-gamma 1 and phospholipase 

C-gamma 2 are substrates of the B cell antigen receptor associated protein tyrosine 

kinase. Biochem Biophys Res Commun 183:411-416. 

133. Chan, A. C., B. A. Irving, J. D. Fraser, and A. Weiss. 1991. The zeta chain is 

associated with a tyrosine kinase and upon T-cell antigen receptor stimulation 



	
  
	
  
	
   	
  
	
  
	
  

	
   130	
  

associates with ZAP-70, a 70-kDa tyrosine phosphoprotein. Proc Natl Acad Sci U S 

A 88:9166-9170. 

134. Braiman, A., M. Barda-Saad, C. L. Sommers, and L. E. Samelson. 2006. 

Recruitment and activation of PLCgamma1 in T cells: a new insight into old 

domains. EMBO J 25:774-784. 

135. Ishiai, M., M. Kurosaki, K. Inabe, A. C. Chan, K. Sugamura, and T. Kurosaki. 2000. 

Involvement of LAT, Gads, and Grb2 in compartmentation of SLP-76 to the plasma 

membrane. J Exp Med 192:847-856. 

136. Kim, Y. J., F. Sekiya, B. Poulin, Y. S. Bae, and S. G. Rhee. 2004. Mechanism of B-

cell receptor-induced phosphorylation and activation of phospholipase C-gamma2. 

Mol Cell Biol 24:9986-9999. 

137. Wu, W., Y. M. Hsu, L. Bi, Z. Songyang, and X. Lin. 2009. CARD9 facilitates 

microbe-elicited production of reactive oxygen species by regulating the LyGDI-

Rac1 complex. Nat Immunol 10:1208-1214. 

138. Bi, L., S. Gojestani, W. Wu, Y. M. Hsu, J. Zhu, K. Ariizumi, and X. Lin. 2010. 

CARD9 mediates dectin-2-induced IkappaBalpha kinase ubiquitination 

leading to activation of NF-kappaB in response to stimulation by the hyphal 

form of Candida albicans. J Biol Chem 285:25969-25977. 

139. Gillum, A. M., E. Y. Tsay, and D. R. Kirsch. 1984. Isolation of the Candida albicans 

gene for orotidine-5'-phosphate decarboxylase by complementation of S. cerevisiae 

ura3 and E. coli pyrF mutations. Mol Gen Genet 198:179-182. 



	
  
	
  
	
   	
  
	
  
	
  

	
   131	
  

140. Brown, G. D., P. R. Taylor, D. M. Reid, J. A. Willment, D. L. Williams, L. 

Martinez-Pomares, S. Y. Wong, and S. Gordon. 2002. Dectin-1 is a major beta-

glucan receptor on macrophages. J Exp Med 196:407-412. 

141. Wheeler, R. T., and G. R. Fink. 2006. A drug-sensitive genetic network masks fungi 

from the immune system. PLoS Pathog 2:e35. 

142. Kerrigan, A. M., and G. D. Brown. Syk-coupled C-type lectins in immunity. Trends 

Immunol 32:151-156. 

143. Brown, G. D. Innate antifungal immunity: the key role of phagocytes. Annu Rev 

Immunol 29:1-21. 

144. Underhill, D. M., E. Rossnagle, C. A. Lowell, and R. M. Simmons. 2005. Dectin-1 

activates Syk tyrosine kinase in a dynamic subset of macrophages for reactive 

oxygen production. Blood 106:2543-2550. 

145. Wilde, J. I., and S. P. Watson. 2001. Regulation of phospholipase C gamma isoforms 

in haematopoietic cells: why one, not the other? Cell Signal 13:691-701. 

146. Xu, S., J. Huo, K. G. Lee, T. Kurosaki, and K. P. Lam. 2009. Phospholipase 

Cgamma2 is critical for Dectin-1-mediated Ca2+ flux and cytokine production in 

dendritic cells. J Biol Chem 284:7038-7046. 

147. Tassi, I., M. Cella, I. Castro, S. Gilfillan, W. N. Khan, and M. Colonna. 2009. 

Requirement of phospholipase C-gamma2 (PLCgamma2) for Dectin-1-induced 

antigen presentation and induction of TH1/TH17 polarization. Eur J Immunol 

39:1369-1378. 



	
  
	
  
	
   	
  
	
  
	
  

	
   132	
  

148. Brown, G. D., J. Herre, D. L. Williams, J. A. Willment, A. S. Marshall, and S. 

Gordon. 2003. Dectin-1 mediates the biological effects of beta-glucans. J Exp Med 

197:1119-1124. 

149. Kurosaki, T., A. Maeda, M. Ishiai, A. Hashimoto, K. Inabe, and M. Takata. 2000. 

Regulation of the phospholipase C-gamma2 pathway in B cells. Immunol Rev 

176:19-29. 

150. Shambharkar, P. B., M. Blonska, B. P. Pappu, H. Li, Y. You, H. Sakurai, B. G. 

Darnay, H. Hara, J. Penninger, and X. Lin. 2007. Phosphorylation and ubiquitination 

of the IkappaB kinase complex by two distinct signaling pathways. EMBO J 

26:1794-1805. 

151. Fu, G., Y. Chen, M. Yu, A. Podd, J. Schuman, Y. He, L. Di, M. Yassai, D. Haribhai, 

P. E. North, J. Gorski, C. B. Williams, D. Wang, and R. Wen. Phospholipase 

C{gamma}1 is essential for T cell development, activation, and tolerance. J Exp Med 

207:309-318. 

152. Graham, D. B., C. M. Robertson, J. Bautista, F. Mascarenhas, M. J. Diacovo, V. 

Montgrain, S. K. Lam, V. Cremasco, W. M. Dunne, R. Faccio, C. M. Coopersmith, 

and W. Swat. 2007. Neutrophil-mediated oxidative burst and host defense are 

controlled by a Vav-PLCgamma2 signaling axis in mice. J Clin Invest 117:3445-

3452. 

153. Gross, O., H. Poeck, M. Bscheider, C. Dostert, N. Hannesschlager, S. Endres, G. 

Hartmann, A. Tardivel, E. Schweighoffer, V. Tybulewicz, A. Mocsai, J. Tschopp, 



	
  
	
  
	
   	
  
	
  
	
  

	
   133	
  

and J. Ruland. 2009. Syk kinase signalling couples to the Nlrp3 inflammasome for 

anti-fungal host defence. Nature 459:433-436. 

154. Chardin, P., J. H. Camonis, N. W. Gale, L. van Aelst, J. Schlessinger, M. H. Wigler, 

and D. Bar-Sagi. 1993. Human Sos1: a guanine nucleotide exchange factor for Ras 

that binds to GRB2. Science 260:1338-1343. 

155. Buday, L., and J. Downward. 1993. Epidermal growth factor regulates p21ras 

through the formation of a complex of receptor, Grb2 adapter protein, and Sos 

nucleotide exchange factor. Cell 73:611-620. 

156. Ninomiya-Tsuji, J., K. Kishimoto, A. Hiyama, J. Inoue, Z. Cao, and K. Matsumoto. 

1999. The kinase TAK1 can activate the NIK-I kappaB as well as the MAP kinase 

cascade in the IL-1 signalling pathway. Nature 398:252-256. 

157. Wang, C., L. Deng, M. Hong, G. R. Akkaraju, J. Inoue, and Z. J. Chen. 2001. TAK1 

is a ubiquitin-dependent kinase of MKK and IKK. Nature 412:346-351. 

158. Adhikari, A., M. Xu, and Z. J. Chen. 2007. Ubiquitin-mediated activation of TAK1 

and IKK. Oncogene 26:3214-3226. 

159. Kanayama, A., R. B. Seth, L. Sun, C. K. Ea, M. Hong, A. Shaito, Y. H. Chiu, L. 

Deng, and Z. J. Chen. 2004. TAB2 and TAB3 activate the NF-kappaB pathway 

through binding to polyubiquitin chains. Mol Cell 15:535-548. 

160. Ishitani, T., G. Takaesu, J. Ninomiya-Tsuji, H. Shibuya, R. B. Gaynor, and K. 

Matsumoto. 2003. Role of the TAB2-related protein TAB3 in IL-1 and TNF 

signaling. EMBO J 22:6277-6288. 



	
  
	
  
	
   	
  
	
  
	
  

	
   134	
  

161. Broglie, P., K. Matsumoto, S. Akira, D. L. Brautigan, and J. Ninomiya-Tsuji. 

Transforming growth factor beta-activated kinase 1 (TAK1) kinase adaptor, TAK1-

binding protein 2, plays dual roles in TAK1 signaling by recruiting both an activator 

and an inhibitor of TAK1 kinase in tumor necrosis factor signaling pathway. J Biol 

Chem 285:2333-2339. 

162. Kishida, S., H. Sanjo, S. Akira, K. Matsumoto, and J. Ninomiya-Tsuji. 2005. TAK1-

binding protein 2 facilitates ubiquitination of TRAF6 and assembly of TRAF6 with 

IKK in the IL-1 signaling pathway. Genes Cells 10:447-454. 

163. Jadrich, J. L., M. B. O'Connor, and E. Coucouvanis. 2006. The TGF beta activated 

kinase TAK1 regulates vascular development in vivo. Development 133:1529-1541. 

164. Tang, M., X. Wei, Y. Guo, P. Breslin, S. Zhang, W. Wei, Z. Xia, M. Diaz, S. Akira, 

and J. Zhang. 2008. TAK1 is required for the survival of hematopoietic cells and 

hepatocytes in mice. J Exp Med 205:1611-1619. 

165. Liu, H. H., M. Xie, M. D. Schneider, and Z. J. Chen. 2006. Essential role of TAK1 in 

thymocyte development and activation. Proc Natl Acad Sci U S A 103:11677-11682. 

166. Sato, S., H. Sanjo, T. Tsujimura, J. Ninomiya-Tsuji, M. Yamamoto, T. Kawai, O. 

Takeuchi, and S. Akira. 2006. TAK1 is indispensable for development of T cells and 

prevention of colitis by the generation of regulatory T cells. Int Immunol 18:1405-

1411. 

167. Sato, S., H. Sanjo, K. Takeda, J. Ninomiya-Tsuji, M. Yamamoto, T. Kawai, K. 

Matsumoto, O. Takeuchi, and S. Akira. 2005. Essential function for the kinase 

TAK1 in innate and adaptive immune responses. Nat Immunol 6:1087-1095. 



	
  
	
  
	
   	
  
	
  
	
  

	
   135	
  

168. Shim, J. H., C. Xiao, A. E. Paschal, S. T. Bailey, P. Rao, M. S. Hayden, K. Y. Lee, 

C. Bussey, M. Steckel, N. Tanaka, G. Yamada, S. Akira, K. Matsumoto, and S. 

Ghosh. 2005. TAK1, but not TAB1 or TAB2, plays an essential role in multiple 

signaling pathways in vivo. Genes Dev 19:2668-2681. 

169. Eftychi, C., N. Karagianni, M. Alexiou, M. Apostolaki, and G. Kollias. Myeloid 

TAKL acts as a negative regulator of the LPS response and mediates resistance to 

endotoxemia. PLoS One 7:e31550. 

170. Ajibade, A. A., Q. Wang, J. Cui, J. Zou, X. Xia, M. Wang, Y. Tong, W. Hui, D. Liu, 

B. Su, H. Y. Wang, and R. F. Wang. TAK1 negatively regulates NF-kappaB and p38 

MAP kinase activation in Gr-1+CD11b+ neutrophils. Immunity 36:43-54. 

171. Mizukami, J., G. Takaesu, H. Akatsuka, H. Sakurai, J. Ninomiya-Tsuji, K. 

Matsumoto, and N. Sakurai. 2002. Receptor activator of NF-kappaB ligand 

(RANKL) activates TAK1 mitogen-activated protein kinase kinase kinase through a 

signaling complex containing RANK, TAB2, and TRAF6. Mol Cell Biol 22:992-

1000. 

172. Takaesu, G., S. Kishida, A. Hiyama, K. Yamaguchi, H. Shibuya, K. Irie, J. 

Ninomiya-Tsuji, and K. Matsumoto. 2000. TAB2, a novel adaptor protein, mediates 

activation of TAK1 MAPKKK by linking TAK1 to TRAF6 in the IL-1 signal 

transduction pathway. Mol Cell 5:649-658. 

173. Skaug, B., X. Jiang, and Z. J. Chen. 2009. The role of ubiquitin in NF-kappaB 

regulatory pathways. Annu Rev Biochem 78:769-796. 



	
  
	
  
	
   	
  
	
  
	
  

	
   136	
  

174. Lomaga, M. A., J. T. Henderson, A. J. Elia, J. Robertson, R. S. Noyce, W. C. Yeh, 

and T. W. Mak. 2000. Tumor necrosis factor receptor-associated factor 6 (TRAF6) 

deficiency results in exencephaly and is required for apoptosis within the developing 

CNS. J Neurosci 20:7384-7393. 

175. Naito, A., S. Azuma, S. Tanaka, T. Miyazaki, S. Takaki, K. Takatsu, K. Nakao, K. 

Nakamura, M. Katsuki, T. Yamamoto, and J. Inoue. 1999. Severe osteopetrosis, 

defective interleukin-1 signalling and lymph node organogenesis in TRAF6-deficient 

mice. Genes Cells 4:353-362. 

176. Kobayashi, T., T. S. Kim, A. Jacob, M. C. Walsh, Y. Kadono, E. Fuentes-Panana, T. 

Yoshioka, A. Yoshimura, M. Yamamoto, T. Kaisho, S. Akira, J. G. Monroe, and Y. 

Choi. 2009. TRAF6 is required for generation of the B-1a B cell compartment as 

well as T cell-dependent and -independent humoral immune responses. PLoS One 

4:e4736. 

177. Gorjestani, S., M. Yu, B. Tang, D. Zhang, D. Wang, and X. Lin. Phospholipase 

Cgamma2 (PLCgamma2) is key component in Dectin-2 signaling pathway, 

mediating anti-fungal innate immune responses. J Biol Chem 286:43651-43659. 

178. Lee, N. K., Y. G. Choi, J. Y. Baik, S. Y. Han, D. W. Jeong, Y. S. Bae, N. Kim, and 

S. Y. Lee. 2005. A crucial role for reactive oxygen species in RANKL-induced 

osteoclast differentiation. Blood 106:852-859. 

179. Reiley, W. W., W. Jin, A. J. Lee, A. Wright, X. Wu, E. F. Tewalt, T. O. Leonard, C. 

C. Norbury, L. Fitzpatrick, M. Zhang, and S. C. Sun. 2007. Deubiquitinating enzyme 



	
  
	
  
	
   	
  
	
  
	
  

	
   137	
  

CYLD negatively regulates the ubiquitin-dependent kinase Tak1 and prevents 

abnormal T cell responses. J Exp Med 204:1475-1485. 

180. Kobayashi, T., P. T. Walsh, M. C. Walsh, K. M. Speirs, E. Chiffoleau, C. G. King, 

W. W. Hancock, J. H. Caamano, C. A. Hunter, P. Scott, L. A. Turka, and Y. Choi. 

2003. TRAF6 is a critical factor for dendritic cell maturation and development. 

Immunity 19:353-363. 

181. Kishimoto, K., K. Matsumoto, and J. Ninomiya-Tsuji. 2000. TAK1 mitogen-

activated protein kinase kinase kinase is activated by autophosphorylation within its 

activation loop. J Biol Chem 275:7359-7364. 

182. Sakurai, H., H. Miyoshi, J. Mizukami, and T. Sugita. 2000. Phosphorylation-

dependent activation of TAK1 mitogen-activated protein kinase kinase kinase by 

TAB1. FEBS Lett 474:141-145. 

183. Strasser, D., K. Neumann, H. Bergmann, M. J. Marakalala, R. Guler, A. Rojowska, 

K. P. Hopfner, F. Brombacher, H. Urlaub, G. Baier, G. D. Brown, M. Leitges, and J. 

Ruland. Syk kinase-coupled C-type lectin receptors engage protein kinase C-sigma 

to elicit Card9 adaptor-mediated innate immunity. Immunity 36:32-42. 

184. Geisler, F., H. Algul, S. Paxian, and R. M. Schmid. 2007. Genetic inactivation of 

RelA/p65 sensitizes adult mouse hepatocytes to TNF-induced apoptosis in vivo and 

in vitro. Gastroenterology 132:2489-2503. 

185. Horwitz, B. H., M. L. Scott, S. R. Cherry, R. T. Bronson, and D. Baltimore. 1997. 

Failure of lymphopoiesis after adoptive transfer of NF-kappaB-deficient fetal liver 

cells. Immunity 6:765-772. 



	
  
	
  
	
   	
  
	
  
	
  

	
   138	
  

186. Yoon, K., E. J. Jung, S. R. Lee, J. Kim, Y. Choi, and S. Y. Lee. 2008. TRAF6 

deficiency promotes TNF-induced cell death through inactivation of GSK3beta. Cell 

Death Differ 15:730-738. 

187. Roodman, G. D. 1999. Cell biology of the osteoclast. Exp Hematol 27:1229-1241. 

188. Besse, A., B. Lamothe, A. D. Campos, W. K. Webster, U. Maddineni, S. C. Lin, H. 

Wu, and B. G. Darnay. 2007. TAK1-dependent signaling requires functional 

interaction with TAB2/TAB3. J Biol Chem 282:3918-3928. 

189. West, A. P., I. E. Brodsky, C. Rahner, D. K. Woo, H. Erdjument-Bromage, P. 

Tempst, M. C. Walsh, Y. Choi, G. S. Shadel, and S. Ghosh. TLR signalling 

augments macrophage bactericidal activity through mitochondrial ROS. Nature 

472:476-480. 

190. Zhang, J., B. Stirling, S. T. Temmerman, C. A. Ma, I. J. Fuss, J. M. Derry, and A. 

Jain. 2006. Impaired regulation of NF-kappaB and increased susceptibility to colitis-

associated tumorigenesis in CYLD-deficient mice. J Clin Invest 116:3042-3049. 

191. Jin, W., W. R. Reiley, A. J. Lee, A. Wright, X. Wu, M. Zhang, and S. C. Sun. 2007. 

Deubiquitinating enzyme CYLD regulates the peripheral development and naive 

phenotype maintenance of B cells. J Biol Chem 282:15884-15893. 

192. Reiley, W. W., M. Zhang, W. Jin, M. Losiewicz, K. B. Donohue, C. C. Norbury, and 

S. C. Sun. 2006. Regulation of T cell development by the deubiquitinating enzyme 

CYLD. Nat Immunol 7:411-417. 

193. Boone, D. L., E. E. Turer, E. G. Lee, R. C. Ahmad, M. T. Wheeler, C. Tsui, P. 

Hurley, M. Chien, S. Chai, O. Hitotsumatsu, E. McNally, C. Pickart, and A. Ma. 



	
  
	
  
	
   	
  
	
  
	
  

	
   139	
  

2004. The ubiquitin-modifying enzyme A20 is required for termination of Toll-like 

receptor responses. Nat Immunol 5:1052-1060. 

194. Gross, O., A. Gewies, K. Finger, M. Schafer, T. Sparwasser, C. Peschel, I. Forster, 

and J. Ruland. 2006. Card9 controls a non-TLR signalling pathway for innate anti-

fungal immunity. Nature 442:651-656. 

195. Trinkle-Mulcahy, L., S. Boulon, Y. W. Lam, R. Urcia, F. M. Boisvert, F. 

Vandermoere, N. A. Morrice, S. Swift, U. Rothbauer, H. Leonhardt, and A. Lamond. 

2008. Identifying specific protein interaction partners using quantitative mass 

spectrometry and bead proteomes. J Cell Biol 183:223-239. 

196. Moorhead, G. B., L. Trinkle-Mulcahy, and A. Ulke-Lemee. 2007. Emerging roles of 

nuclear protein phosphatases. Nat Rev Mol Cell Biol 8:234-244. 

197. Hu, C. D., and T. K. Kerppola. 2003. Simultaneous visualization of multiple protein 

interactions in living cells using multicolor fluorescence complementation analysis. 

Nat Biotechnol 21:539-545. 

198. Choi, H., B. Larsen, Z. Y. Lin, A. Breitkreutz, D. Mellacheruvu, D. Fermin, Z. S. 

Qin, M. Tyers, A. C. Gingras, and A. I. Nesvizhskii. SAINT: probabilistic scoring of 

affinity purification-mass spectrometry data. Nat Methods 8:70-73. 

199. Yoshitomi, H., N. Sakaguchi, K. Kobayashi, G. D. Brown, T. Tagami, T. Sakihama, 

K. Hirota, S. Tanaka, T. Nomura, I. Miki, S. Gordon, S. Akira, T. Nakamura, and S. 

Sakaguchi. 2005. A role for fungal {beta}-glucans and their receptor Dectin-1 in the 

induction of autoimmune arthritis in genetically susceptible mice. J Exp Med 

201:949-960. 



	
  
	
  
	
   	
  
	
  
	
  

	
   140	
  

200. de Koning, H. D., D. Rodijk-Olthuis, I. M. van Vlijmen-Willems, L. A. Joosten, M. 

G. Netea, J. Schalkwijk, and P. L. Zeeuwen. A comprehensive analysis of pattern 

recognition receptors in normal and inflamed human epidermis: upregulation of 

dectin-1 in psoriasis. J Invest Dermatol 130:2611-2620. 

201. Sipsas, N. V., R. E. Lewis, J. Tarrand, R. Hachem, K. V. Rolston, Raad, II, and D. P. 

Kontoyiannis. 2009. Candidemia in patients with hematologic malignancies in the 

era of new antifungal agents (2001-2007): stable incidence but changing 

epidemiology of a still frequently lethal infection. Cancer 115:4745-4752. 

202. Pagano, L., A. Antinori, A. Ammassari, L. Mele, A. Nosari, L. Melillo, B. Martino, 

M. Sanguinetti, F. Equitani, F. Nobile, M. Carotenuto, E. Morra, G. Morace, and G. 

Leone. 1999. Retrospective study of candidemia in patients with hematological 

malignancies. Clinical features, risk factors and outcome of 76 episodes. Eur J 

Haematol 63:77-85. 

203. Mohamed, A. J., L. Yu, C. M. Backesjo, L. Vargas, R. Faryal, A. Aints, B. 

Christensson, A. Berglof, M. Vihinen, B. F. Nore, and C. I. Smith. 2009. Bruton's 

tyrosine kinase (Btk): function, regulation, and transformation with special emphasis 

on the PH domain. Immunol Rev 228:58-73. 

204. Ochs, H. D., and C. I. Smith. 1996. X-linked agammaglobulinemia. A clinical and 

molecular analysis. Medicine (Baltimore) 75:287-299. 

205. Hise, A. G., J. Tomalka, S. Ganesan, K. Patel, B. A. Hall, G. D. Brown, and K. A. 

Fitzgerald. 2009. An essential role for the NLRP3 inflammasome in host defense 

against the human fungal pathogen Candida albicans. Cell Host Microbe 5:487-497. 



	
  
	
  
	
   	
  
	
  
	
  

	
   141	
  

206. Meylan, E., J. Tschopp, and M. Karin. 2006. Intracellular pattern recognition 

receptors in the host response. Nature 442:39-44. 

207. Kayagaki, N., S. Warming, M. Lamkanfi, L. Vande Walle, S. Louie, J. Dong, K. 

Newton, Y. Qu, J. Liu, S. Heldens, J. Zhang, W. P. Lee, M. Roose-Girma, and V. M. 

Dixit. Non-canonical inflammasome activation targets caspase-11. Nature 479:117-

121. 

208. Maelfait, J., E. Vercammen, S. Janssens, P. Schotte, M. Haegman, S. Magez, and R. 

Beyaert. 2008. Stimulation of Toll-like receptor 3 and 4 induces interleukin-1beta 

maturation by caspase-8. J Exp Med 205:1967-1973. 

209. Iliev, I. D., V. A. Funari, K. D. Taylor, Q. Nguyen, C. N. Reyes, S. P. Strom, J. 

Brown, C. A. Becker, P. R. Fleshner, M. Dubinsky, J. I. Rotter, H. L. Wang, D. P. 

McGovern, G. D. Brown, and D. M. Underhill. Interactions between commensal 

fungi and the C-type lectin receptor Dectin-1 influence colitis. Science 336:1314-

1317. 

210. Wu, H. J., Ivanov, II, J. Darce, K. Hattori, T. Shima, Y. Umesaki, D. R. Littman, C. 

Benoist, and D. Mathis. Gut-residing segmented filamentous bacteria drive 

autoimmune arthritis via T helper 17 cells. Immunity 32:815-827. 

211. Pozzilli, P., A. Signore, A. J. Williams, and P. E. Beales. 1993. NOD mouse colonies 

around the world--recent facts and figures. Immunol Today 14:193-196. 

212. Gray, D. H., I. Gavanescu, C. Benoist, and D. Mathis. 2007. Danger-free 

autoimmune disease in Aire-deficient mice. Proc Natl Acad Sci U S A 104:18193-

18198. 



	
  
	
  
	
   	
  
	
  
	
  

	
   142	
  

213. Ghoreschi, K., A. Laurence, X. P. Yang, K. Hirahara, and J. J. O'Shea. T helper 17 

cell heterogeneity and pathogenicity in autoimmune disease. Trends Immunol 

32:395-401. 

214. Vautier, S., G. Sousa Mda, and G. D. Brown. C-type lectins, fungi and Th17 

responses. Cytokine Growth Factor Rev 21:405-412. 

 

 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 
 



	
  
	
  
	
   	
  
	
  
	
  

	
   143	
  

Vita 
 
 
 
Sara Gorjestani was born in Tehran, Iran on June 23, 1982, the Daughter of Rebecca 
Gorjestani and Saeed Gorjestani. After completing her work at Nazar High School, Tehran, 
Iran, she entered Tehran Azad University in Tehran, Iran. She received the degree of 
Bachelor of Science with a major in General Biology from Tehran Azad University in 2004. 
In May 2007 she completed a Masters of Science with a major in Biology from Pittsburg 
State University in Pittsburg, Kansas. In August of 2007 she entered The University of 
Texas Health Science Center at Houston Graduate School of Biomedical Sciences. As a 
Cancer Biology program student, she finished the Ph.D. training in the Department of 
Molecular and Cellular Oncology under the direction of Dr. Xin Lin. 
 
 
 
 
 
 
 
Permanent address: 
8055 Cambridge St. Apt 5 
Houston, Texas 77054 


	Deciphering The C-Type Lectin Receptor Signaling Pathway In Macrophages In Response To Candida Albicans
	Recommended Citation

	Microsoft Word - My Ph.D thesis april 2 July 23.doc

