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 Infectious diseases affect individuals all over the world. Both vector-borne and 

non-vector pathogens that cause these illnesses have developed strategies to subvert 

immune recognition.  Since the innate immune system is the first line of defense against 

potentially noxious substances, the host is also able to adjust innate immune signaling in 

order to perpetuate its survival.  This host-pathogen interaction is highly conserved, 

ranging from plants to mammals. Unfortunately, there remains quite a disparity between 

the plethora of pathogens and what is known about host signaling in response to their 

recognition. Deciphering the modes by which vector-borne and non-vector-borne 

pathogens influence host signaling will ultimately provide a clearer understanding of 

targets for protective measures against these life-threatening diseases. 
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 The nod-like receptors (NLRs) are crucial components for host protection from a 

wide array of pathogen and danger associated molecular patterns. Whether they act alone 

or as a protein platform, NLRs effectively initiate key innate immune signaling cascades 

in order to promote the expression and/or secretion of pro-inflammatory genes and 

cytokines.  Additionally, the inflammasome, a protein scaffold formed by NLRs/AIM2, 

the ASC adaptor molecule, and caspase-1 can elicit a potent form of cell death triggered 

by inflammation called pyroptosis.  As a result, NLRs are very attractive to both the host 

and the pathogen: (1) for the host, it provides a method by which it can protect itself from 

intracellular detection of pathogens, while (2) for the pathogen, it is a target for 

manipulation so that it may propagate.  This dissertation will provide an overview and 

insight regarding vector-borne and non-vector-borne pathogens and their effects on NLR 

signaling pathways.  
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CHAPTER ONE 

 
Introduction 
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1.1 Abstract 

 Nod-like receptors (NLR) are innate immune pattern recognition receptors 

involved in sensing microbial molecules and danger signals. Nod1 and Nod2 signaling 

result in nuclear factor (NF)-κB and MAP kinase (MAPK) activation, while caspase-1 

associated NLRs regulate the inflammasome – an important protein scaffold that governs 

the maturation of interleukin (IL)-1β and IL-18. NLRs have been shown to recognize 

numerous intracellular pathogen-associated-molecular patterns (PAMPs) and danger-

associated molecular patterns (DAMPs). Recently, several vector-borne pathogens have 

been shown to induce NLR activation. However, whether and how arthropod saliva 

counters NLR sensing, thus, inhibiting inflammation and facilitating pathogen 

transmission to the mammalian host remains elusive. Here, we provide a brief overview 

of NLR signaling and discuss clinically relevant vector-borne and non-vector-borne 

pathogens recognized by NLR pathways (Table 1.1 and 1.2). We also elaborate on NLR 

regulatory mechanisms and possible anti-inflammatory effects of arthropod saliva on 

NLR signaling and microbial pathogenesis.  

 

1.2 Introduction 

 

1.2.1 Summary 

 Vector-borne diseases affect individuals worldwide and, with their frequencies 

increasing, they are becoming a crucial public health problem in need of attention [1].   
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Table 1.1: Examples of vector-borne pathogens recognized by NLRs that affect human health. 
 

Disease Pathogen Vector Nod-like receptor References 
 Malaria Plasmodium spp. Anopheles gambiae NLRP3 

Nod1 
Nod2 

[2 (a),3–8] 

Dengue fever Dengue virus Aedes aegypti, 
Ae. albopictus 

NLRP3 [9 (d),10 (b),11] 

West Nile        
neuroinvasive 

disease 

West Nile virus Culex quinquefasciatus NLRP3 [12 (e),13 (c),14–16] 

Leishmaniasis Leishmania spp. 
 

Lutzomyia longipalpis 
Phlebotomus papatasi 

NLRP3? 
NLRC4? 

[17 (f),18] 

Chagas disease Trypanosoma cruzi Rhodnius prolixus Nod1 [19 (d),20,21] 
Lyme Borreliosis Borrelia burgdorferi Ixodes spp. Nod2 [22,23,24 (g),25] 

Plague Yersinia pestis Xenopsylla cheopis NLRP12 
NLRP3 
NLRC4 

[26 (g),27–30] 

Human 
granulocytic 
anaplasmosis 

A. phagocytophilum Ixodes spp. NLRC4 [31 (h),32] 

Tularemia Francisella  tularensis Dermacentor spp., 
Amblyomma americanum 

AIM2 
NLRP3 

[33 (i),34–38] 

Yellow fever Yellow fever virus Ae. aegypti NLRP1? 
NLRP3? 

[39 (e),40 (j),41] 

Lymphatic 
filariasis 

Wuchereria bancrofti 
Brugia spp. 

Culex spp., 
Anopheles spp., 

Aedes spp., 
Mansonia spp. 

Nod1 
Nod2 

[42,43 (k)] 

 
? Potential association, needs further confirmation 
 
 
Table 1.2: Examples of non-vector-borne pathogens recognized by NLRs that affect human health. 
 

Pathogen Nod-like receptor References 
Clostridium difficile Nod1, NLRP3 [44,45] 

Escherichia coli Nod1, Nod2, NLRP3, NLRC4 [46–51] 
Helicobacter pylori Nod1 [52,53] 

Listeria monocytogenes Nod1, Nod2, NLRP3, NLRP6?, NLRC4, AIM2 [54–56] 
Mycobacterium tuberculosis Nod2, NLRP3 [57–62] 
Streptococcus pneumoniae Nod2, NLRP3 [63–65] 

Toxoplasma gondii Nod2, NLRP1 [66,67] 
Bacillus anthracis NLRP1 [68,69] 
Candida albicans NLRP3, NLRC4 [70–73] 

Saccharomyces cerevisiae NLRP3 [74] 
Influenza virus NLRP3 [75–77] 

Salmonella typhimurium NLRP3, NLRC4 [48,78] 
Legionella pneumophila NLRC4 [79–82] 

Pseudomonas aeruginosa NLRC4 [83,84] 
Shigella flexneri NLRP3, NLRC4 [48,85,86] 

 
? Potential association, needs further confirmation 

3 
 



 

With more than 200 million affected individuals, malaria is spreading rampant in 

tropical and subtropical regions and dengue fever is following close behind. The spread 

of these illnesses, as well as other vector- borne diseases, has been attributed to rapid 

globalization, environmental changes, and the lack of effective vaccines [87].  These 

maladies have been combated by preventive care and therapeutics [88,89]. In order to 

develop novel treatments, scientists are continuously attempting to elucidate the 

mechanism of transmission of these dire organisms and aspects of the immune system 

that are being targeted by these pathogens [90].  Considering the variability between 

pathogens being passed from arthopod vector to host, one can imagine why the 

development of a vaccine has been an arduous task. However, vaccine development has 

taken a new route towards a common factor that all disease-transmitting vectors share: 

saliva [88].  To promote feeding, hematophagous arthropods rely on salivary proteins to 

not only impart anti-hemostatic capabilities but also anti-inflammatory properties [91].  

The relationship between saliva and components of the immune system, such as Toll-like 

receptors (TLR), have been studied.  However, one crucial element of the innate immune 

system that still remains vague, with regards to vector-borne diseases, are NLRs.  NLRs 

are an evolutionarily conserved mechanism for pathogen recognition found in both plants 

and mammals [92].  Since their discovery, numerous groups have identified the role of 

NLRs in the recognition of self derived danger associated molecular pattern, such as 

ATP, and pathogen associated molecular patterns, such as those from fungi, bacteria, and 

viruses [93]. Only recently have researchers turned to the detection of these pathogens by 

NLRs; even more ambiguous is the connection between salivary proteins from these 
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vectors and NLRs.  I will address the recognition of pathogens by NLRs, highlighting 

vector-borne pathogens, and discuss potential mechanisms by which saliva may modulate 

this interaction.  Though not all-encompassing, my focus is on acknowledging major 

examples by which saliva can modify immunity during infection.  

 

1.2.2 Arthropod saliva  

 Hematophagous arthropods have developed ways to promote the extraction of 

blood from their hosts while evading detection.  The penetration of an arthropod 

mouthpart not only allows for the acquisition of a blood meal but also the release of 

saliva which contains proteins to assist in the process.  Though some components of 

saliva are ubiquitous to all arthropods, some possess proteins found only in specific 

organisms [94]. For over a hundred years, researchers have identified and dissected the 

components of saliva and found it to contain anti-hemostatic and anti-inflammatory 

properties [95].  In order to maintain a fluid supply of blood, salivary proteins act as 

vasodilators, inhibitors of platelet activity, and anti-coagulants [96]. To avoid recognition 

by the host, saliva modulates the inflammatory response. Effects of tick saliva can been 

seen in a range of immune cell types, such as macrophages, neutrophils, T cells, and B 

cells [97–99].  As of recent, the specific pathways targeted by salivary proteins have 

started to emerge. I will summarize this by discussing the effects of salivary proteins in 

the context of mammalian immunity.       
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1.2.3 Nod-like receptors 

 Approximately two decades ago, a group of sensors were added to the pattern 

recognition receptor family, expanding what was known about intracellular recognition 

of endogenous and exogenous molecules [100]. Appropriately named nod-like receptors 

due to their  characteristic nucleotide binding and oligomerization domain (NOD),  NLRs 

may also contain leucine-rich repeats (LRR) at their N-terminus and a variable effector 

domain at their C-terminal end, all of which play a role in the recognition and response of 

the aforementioned molecules [101].  Although 22 human and 30 mouse NLRs have been 

discovered, to stay within our scope, I will only address Nods and NLRs that are able to 

form inflammasomes [101,102].      

 

1.2.4 Nod1 and Nod2 

 Nod1 and Nod2 are crucial for the recognition of peptidoglycan components 

(Figure 1.1).  Signaling through Nod1 and Nod2 begins with the initiation of Nod1 by ᴅ-

glutamyl-meso-diaminopimelic acid (DAP) and/or Nod2 by muramyl dipeptide (MDP) 

[103,104].  While the NOD portion acts as a receiver in the presence of these pathogenic 

molecules, the effector CARD domain(s) of Nod1 and Nod2 transduces the signal by 

interacting with RIP2/RICK [105]. Classically, RIP2/RICK is polyubiquitinated by 

TRAF6, this signal is required for the recruitment of the adaptor molecules TAB2 and 

TAB3 and activation of TAK1 [106].  Together this forms the TAK1 complex that 

promotes the degradation of IκB, inhibitor of NF-κB, thereby allowing the translocation  
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of NF-κB into the nucleus.  This is only one signaling cascade that is activated by the 

Nods, the MAPK pathway is another branch that can be driven by these NLRs.   

Nod1 and Nod2 can activate three key MAPK: ERK, JNK, and p38.  The latter two can 

also be signaled by Nod2 through the adaptor CARD9 [107].  The activation of each 

 
 
Figure 1.1: Nod1 and Nod2 signaling. 
 
Nod1 and Nod2 are activated by the peptidoglycan components D-glutamyl-meso-diaminopimelic acid 
(iE-DAP) and muramyl dipeptide (MDP), respectively.  Downstream of recognition, Nod1 and Nod2 
signal for the recruitment of TRAF6, RICK/RIP2, TAB2/3, and TAK1. As the cascade progresses, two 
key pathways may be initiated: (1) MAPK and (2) NF-κB.  MKK and CARD9 are key proteins for 
Nod-dependent MAPK signaling. The MAPKs P38, JNK, and ERK then signal to transcription factors 
to promote the expression of genes associated with cellular maturation, inflammation, regulation. 
Alternatively, the NF-κB pathway involves the sequestration of the NF-κB heterodimer (in this case, 
RelA/p65 and p50) in the cytosol.  When Nod1 and Nod2 activate this pathway, the IκB kinase 
phosphorylates the inhibitor of NF-κB (IκBα).  This modification signals the inhibitor for proteasomal 
degradation and reveals the nuclear localization signal  of the NF-κB components.  The dimer can then 
translocate to the nucleus to upregulate genes for pro-inflammatory cytokines and antimicrobial 
peptides.       
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pathway results in the expression of pro-inflammatory mediators, such as cytokines and 

antimicrobial peptides.  Nod1 and Nod2 can be regulated by A20-mediated ubiquitination 

and caspase-12 inhibition of RIPK2-TRAF6 complex formation [108,109].  

  

1.2.5 Inflammasome 

  The inflammasome is a potent innate immune structure characterized by its ability 

to activate pro-caspase-1 in response to a microbe associated molecular patterns (MAMP) 

or DAMP (Figure 1.2).  The inflammasome scaffold is created by the oligomerization 

and recruitment of several proteins. The receptor defines the inflammasome; it can 

originate from the NLR family or contain the HIN-200 domain [110]. Depending upon 

the receptor type, the adaptor molecule ASC may or may not be implicated. Since ASC 

possesses both a pyrin and CARD domain, it facilitates the association between the 

CARD-containing pro-caspase-1 and a receptor lacking the CARD domain [102]. 

Common to all inflammasomes is the presence of the enzyme pro-caspase-1.  Caspase-1 

is responsible for the maturation of the pro-inflammatory cytokines IL-1β and IL-18 and 

the inflammation-related cell death process termed pyroptosis [111].  Classically, 

inflammasome-mediated cytokine secretion is the product of a two-tiered signaling 

system (Figure 1.2) [112].  The first signal concerns the activation of the NF-κB pathway 

in order to promote the gene expression of IL-1β and IL-18 and other pro-inflammatory 

genes, such as Nlrp3. The second signal involves the assembly of the inflammasome, 

which results in the secretion of the previously mentioned cytokines.   
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  Caspases other than caspase-1 have also been shown to be involved in the 

inflammasome signaling pathway.  Caspase-11 was recently discovered to modulate 

caspase-1 in response to certain Gram-negative bacteria, such as Citrobacter rodentium 

[113,114].  Another non-canonical inflammasome involves caspase-8.  Caspase-8 can be 

 
 
Figure 1.2: Inflammasome signaling.  
 
Inflammasome signaling generally requires a two step activation process. The first step involves the 
initiation of the NF-κB pathway to increase the levels of pro-IL-1β, pro-IL-18, and Nlrp3 transcripts. 
Activation by a TLR agonist is used as an example.  The adaptor molecule MyD88 signals down 
through the cascade and triggers the phosphorylation of IκBα.  This leads to the ubiquitination and 
proteasomal degradation of the inhibitor and release of the p50 and p65 NF-κB complex from isolation 
in the cytoplasm.  The NF-κB heterodimer is then free to translocate to the nucleus.  The second signal 
is the actual activation of the inflammasome. After activation of the inflammasome, signaling converges 
on the maturation of pro-caspase-1 to caspase-1 by autocatalytic cleavage.  Caspase-1 then cleaves pro-
IL-1β and pro-IL-18.  These cytokines can be secreted in order to fuel inflammation.  Inflammasome 
activation can also lead to inflammation-related cell death, pyroptosis. 
 

9 
 



 

a negative regulator of pro-inflammatory NLRP3 inflammasome activity [115]. During 

macrophage infection with Francisella tularensis subspecies novicida, caspase-8 can 

form a complex with AIM2 and ASC [116].  Caspase-8 associates with dectin-1 in the 

presence of fungi and mycobacteria [117]. Caspase-5 can also bind with an 

inflammasome, specifically NLRP1 [118].  Not only can caspases bind to the 

inflammasome, they can also be cleaved by the caspase-1 component of the protein 

scaffold, like IL-1β.  This phenomenon is seen in caspase-7 activation by caspase-1, 

downstream of recognition by NLRC4,  during Legionella pneumophila infection [119]. 

Multiple checkpoints are crucial for inflammasome regulation due to its strength as a pro-

inflammatory initiator. 

 

1.3 Recognition of pathogens by NLRs 

 Medically relevant vector-borne  and non-vector borne pathogens have plagued 

the health of individuals all over the globe.  Even more concerning is the rate at which 

these diseases are escalating and claiming the lives of thousands of people [120,121 (f)].  

The relationship between these daunting pathogens and recognition by NLRs is not fully 

understood. 

 

1.3.1 Nod1 and Nod2  

 Being one of the first NLRs discovered, many studies have been done to identify 

the role of Nods in the context of bacterial pathogenesis [103,122,123]. Research 

involving the sensing of bacteria in the intracellular compartment of a wide range of cell 
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types has dominated the Nod field.  Since Nod1 and Nod2 recognize such conserved 

components found in Gram negative and Gram positive bacteria, researchers have been 

able to link a vast number of bacteria to Nods.  To mention but a few, Nod1 is important 

for the production of inflammatory mediators in response to Clostridium difficile, 

Escherichia coli, Helicobacter pylori, and Listeria monocytogenes [44,46,52,54].  The 

host relies heavily on Nod1 during C. difficile infection.  Nod1 deficiency results in 

decreased neutrophil recruitment and consequently increases mortality [44].  Colonic 

cells expressing dominant negative Nod1 are not able to induce NF-κB activation during 

infection with E.coli [46]. H. pylori recognition by Nod1 initiates type 1 IFN, which 

guides cytokine responses to limit the effects of H. pylori [52].  Activation of Nod1 is 

also important for MAPK and NF-κB- dependent IL-8 production after exposure to L. 

monocytogenes [54]. Nod2 is activated during, for example, Mycobacterium tuberculosis 

and Streptococcus pneumoniae infection [57,58,63].  Recently, it was discovered that 

Nod2 mediates TNF-α and IL-1β secretion and the growth of M. tuberculosis in human 

cells. In addition, Nod2 signals the NF-κB pathway after recognition of S. pneumoniae 

[63].  I refer you to a more comprehensive review regarding Nod1 and Nod2 by Moreira 

et al. [101]. Recent developments have identified a new role for Nod1 and Nod2 in 

immunomodulation and the recognition of pathogens lacking peptidoglycan.  Studies 

have reported that the Nod2 protein can respond to protozoan parasites, like Toxoplasma 

gondii [66].  Surprisingly, Nod2 has been shown to respond to single-stranded RNA 

[124].  The activation of Nod2 in this case is dependent upon the mitochondrial antiviral 

signaling protein MAVS and results in the facilitation of IRF3 mediated IFN gene 
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expression.  Another protective measure that Nod1 and Nod2 are involved in is the 

induction of ATG16L1-dependent autophagy in response to bacterial invasion, such is the 

case with Listeria monocytogenes [55].  Most commonly acknowledged as a sensor for 

peptidoglycan molecules, there is also debate that Nod1 and Nod2 may possess 

regulatory abilities [125].  Nod1 and Nod2 are gradually revealing their complex nature.  

Studies regarding Nod1 and Nod2 function are continuously being assessed in order to 

develop a comprehensive understanding of these key proteins.         

 The Nods also play a role in the detection of many vector-borne-pathogens. Silva 

et al. were able to report that Nod1 is a crucial component for the resistance to the 

parasite  Trypanosoma cruzi [21].  T. cruzi is transmitted by the kissing bug, Rhodnius 

prolixus, primarily in Latin American countries.  It is the causative agent of Chagas 

disease, which can be characterized by fever, edema, or inflammation in the heart and/or 

brain [126 (a)]. Through the use of Nod1-/- and Nod2-/- mice, Silva et al. found that IL-12 

and TNF-α levels were reduced after infection.  Since nitric oxide is a key factor for T. 

cruzi containment, IFN-γ was used to treat Nod1-/- and Nod2-/- bone marrow-derived 

macrophages.  This resulted in a high load for the Nod1-/- macrophage, highlighting the 

specificity of Nod1, not Nod2, for T. cruzi infection.    

 Borrelia burgdorferi is a spirochete transmitted by Ixodes spp.  Infection by B. 

burgdorferi can cause Lyme disease, the most common vector-borne disease north of the 

equator [22,25,127]. Lyme disease can manifest into a three stage infection: (1) erythema 

migrans is characterized by localized infection, (2) early disseminated infection results in 

inflamed joints and CNS, and (3) persistent infection consists of chronic inflammation of 

12 
 



 

joints and the CNS and sensory polyneuropathy [25]. It has been established that TLR2 

plays an important role in the recognition of B. burgdorferi.  Recent evidence points to 

Nod2 as an important factor in the sensing of this pathogenic spirochete. Nod2 is 

upregulated in mouse microglia and individuals with mutated Nod2 were not able to 

mount an efficient cytokine response after infection with B. burgdorferi [128,129].  

 The Nods also seem to possess redundancy in that they are able to detect similar 

arthropod-borne pathogens. Individuals who encountered an antigenic component from 

the Brugia malayi adult demonstrated an increase in Nod1 and Nod2 expression [42].  

Wuchereria bancrofti and Brugia species can cause lymphatic filariasis which can 

manifest as elephantiasis, lymphedema, and hydrocele.  Independently, the obligate 

intracellular pathogen Anaplasma phagocytophilum, transmitted by Ixodes spp., is 

involved in the increased expression of Rip2, a critical molecule in Nod1 and Nod2 

signaling [130].  More importantly, the ability for Rip2-/- mice to control and clear A. 

phagocytophilum was severely hindered.  The Plasmodium parasite is also detected by 

Nod proteins [6]. Certain instances result in upregulation of Nods in the presence of 

Plasmodium sporozoites, while in other cases Nod1 and Nod2 confer changes in 

cytokines but do not promote survival after infection [7,8].  

 

1.3.2 NLRP1 inflammasome 

  The NLRP1 inflammasome was the first to be characterized [118].  NLRP1 has 

been shown to recognize the Bacillus anthracis lethal toxin and, like Nod2, MDP 

[68,131].  The activation of pro-caspase-1 activity elicited by these bacterial components 
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is distinct.  Cleavage of the NLRP1 inflammasome by the lethal toxin is required as 

mutation of the cleavage site by amino acid substitution resulted in desensitization [132].  

On the other hand, MDP activation of NLRP1 requires the presence of MDP and 

ribonucleoside triphosphates [131].  It was observed that a cohort given a yellow fever 

vaccine showed upregulation of caspase-1 and caspase-5.  These two caspases are present 

in the NLRP1 inflammasome.  This indicates that the NLRP1 inflammasome may be 

activated by the yellow fever virus.  This virus is transmitted by Aedes aegypti.  

Inoculation of yellow fever virus by a mosquito can lead to mild reactions, such as fever, 

ache, and nausea, or more serious ones, such as organ failure (Centers for disease control 

and prevention (b)).More studies need to be done in order to clarify what components 

trigger a NLRP1 inflammasome response to the yellow fever virus. 

 

1.3.3 NLRP3 inflammasome  

 Of all NLRs, NLRP3, currently, has the most known associations with vector-

borne diseases.  It is well known that NLRP3 is triggered by: (1) potassium efflux, (2) 

phagolysosomal disruption, and (3) ROS production [102]. As of late, mitochondrial 

DNA, prokaryotic mRNA, and calcium levels were suggested to be other activators of the 

NLRP3 inflammasome [50,133,134].  A wide range of agonists initiate the NLRP3 

inflammasome including, but not limited to: endogenous and exogenous particulate 

matter, ATP, Candida albicans, Saccharomyces cerevisiae, Listeria monocytogenes, 

influenza virus, and pore-forming toxins [135].  The number of NLRP3 inflammasome 

activators is immense and continues to grow. Therefore, it is unlikely that all these bind 
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directly to NLRP3; many studies have classified  the mode of NLRP3 inflammasome 

activation based upon the three key mechanisms described above.  For more information, 

please refer to these elaborate reviews by Vladimer et al. and Bauernfeind et al. 

[136,137]. Only recently has vector-borne-pathogen recognition by NLRP3 been 

described. The Anopheles gambiae transmitted Plasmodium parasite that causes malaria 

that is associated with fevers, anemia, and organ failure, has demonstrated the ability to 

activate the NLRP3 inflammasome through the crystalline particle hemozoin [3–5].  

Monosodium urate (uric acid), together with hemozoin, has also been reported to result in 

pro-inflammatory reactions through the MAPK signaling pathway [4,5]. Hemozoin is a 

byproduct of heme detoxification by Plasmodium. The phagocytosis of hemozoin 

initiates signals through Syk and Lyn, tyrosine kinases, in order to initiate the NLRP3 

inflammasome [4]. Another mosquito-borne pathogen, the dengue virus, is transmitted by 

Ae. aegypti or Ae. albopictus.  Dengue virus can cause dengue fever or dengue shock 

syndrome. Wu et al. elucidated that, in human macrophages dengue virus can signal 

through Syk-coupled C-type lectin 5A (CLEC5A) to induce NLRP3-mediated cytokine 

secretion and pyroptosis [11]. Though not much is known about yellow fever virus and 

the inflammasome, one study shows that vaccination with a live attenuated yellow fever 

vaccine is able to increase the expression of caspase-1 associated with the NLRP3 

inflammasome [41].  For the mouse model of West Nile virus infection, IL-1β is crucial 

for the protection of the CNS from West Nile neuroinvasive disease [16].  Specifically, it 

was shown that this is specific for NLRP3 inflammasome mediated IL-1β secretion.  

Additionally, IL-1β combined with type I IFN results in the reduction of West Nile virus 
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infection.  Non-mosquito-borne pathogens also influence NLRP3.  Infection by 

Leishmania spp., transmitted by Lutzomyia longipalpis, can result in skin, organ, and/or 

mucosal complications [17 (c)].  In murine macrophages, Sani et al. found that the 

expression of Nlrp3 is increased after exposure to Leishmania major [18].  Another non-

mosquito-borne pathogen is Francisella tularensis, which is commonly transmitted by 

ticks.  Tularemia can cause sores and respiratory complications.  Uniquely in human 

leukemia cell line (THP-1) but not mouse cells, Francisella is capable of activating the 

NLRP3 inflammasome [36].  Supporting this, the use of NLRP3 inflammasome 

inhibitors and Nlrp3 siRNA revealed that the IL-1β secretion in response to Francisella 

was lessened. The type III secretion system (T3SS) from the plague causing Yersinia 

pestis is able to activate the NLRP3 inflammasome in vitro [29,30].  With the addition of 

KCl, the NLRP3 inflammasome activity was nullified. However, other inflammasomes 

are also involved  in the detection of Yersinia as well.   

  

1.3.4 NLRC4 inflammasome  

 The CARD-containing NLRC4 inflammasome mediates pro-inflammatory 

responses to the recognition of flagellin and type III/IV secretion systems [102].  NLRC4, 

previously called IPAF, inflammasomes confer protection against bacteria, such as 

Salmonella typhimurium, L. pneumophila,  and Pseudomonas aeruginosa [79,83,84].  It 

is also able to directly and indirectly associate with pro-caspase-1, via its CARD domain 

or the adaptor molecule ASC, respectively.  Additionally, another level of specificity is 

added by the NLRC4 interaction with NAIP5/6 or NAIP2, which modifies NLRC4 
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activation in response to flagellin and the rod portion of the type III secretion system, 

respectively [79,80]. NLRC4 has been implicated in the vector-borne illnesses human 

granulocytic anaplasmosis and leishmaniasis.  Nlrc4-/- mice showed heightened 

susceptibility to A. phagocytophilum and decreased levels of IL-18 relative to the 

wildtype [138].  Sani et al. found that Nlrc4 expression increased after exposing 

macrophages to L. major [18].   As was previously mentioned, Y. pestis is able to activate 

several inflammasomes, and it is also able to combat this recognition with effector 

proteins [29]. The NLRC4 inflammasome is another protein complex involved in the 

recognition of Y. pestis, via its T3SS [29]. 

 

1.3.5 NLRP12 inflammasome  

 The NLRP12 inflammasome is a member of the NLR family that has been 

suggested to reduce and potentiate inflammatory cytokine secretion [139–143]. 

Currently, NLRP12 has been shown to play a role in hereditary period fever syndromes; 

but with respect to pathogen detection, little is known [28].  Vladimer et al. discovered 

that NLRP12 regulates IL-1β and IL-18 secretion in response to Yersinia pestis [28].  

After infection of Nlrp12-/- mice with Y. pestis, they observed an increase in bacterial load 

and death which was associated with decreased levels of IL-18 and IL-1β. 

 

1.3.6 Non-NLR inflammasome  

 The AIM2 (absent in melanoma 2) inflammasome does not contain the typical 

NLR domain as do other inflammasomes, rather it possesses the HIN-200 domain [144].  
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The formation of the AIM2 inflammasome consists of the AIM2 receptor, ASC, and pro-

caspase-1. In particular, AIM2 is known for sensing double stranded DNA in the cytosol 

[135].  This is demonstrated by the detection of viruses and intracellular bacteria, such as 

cytomegalovirus and  L. monocytogenes. Mouse cytomegalovirus, a DNA virus, elicited 

IL-1β secretion which was highly dependent upon AIM2 recognition [145]. The release 

of L. monocytogenes DNA during escape into the cytoplasm is detected by AIM2 [146]. 

Upon recognition of cytoplasmic DNA, AIM2 is able to coordinate pyroptosis and the 

release of IL-1β and IL-18 via pro-caspase-1 maturation [111]. Of the vector-borne 

pathogens discussed here, AIM2 is able to recognize F. tularensis in mouse 

macrophages.  Moreover, IRF3 is needed for a type 1 interferon response to help 

effectively activate AIM2 after F. tularensis infection [37]. 

 

1.3.7 NLRP6 and NLRP7 inflammasome 

 NLRP6 and NLRP7 are not as well characterized as their other pyrin-containing 

family member NLRP3.  NLRP6 has been shown to be important for gastrointestinal 

health. NLRP6 deficiency results in decreased IL-18 in epithelial cells from the colon, as 

well as an increased risk for colitis [147]. Aside from its protective role, NLRP6 seems to 

be detrimental to the host during L. monocytogenes, S. typhimurium, and E. coli infection 

due to the increased number of circulating immune cells and decreased MAPK and NF-

κB activation [148].  

 The NLRP7 inflammasome is distinctly found in humans but not mice. It was 

recently shown to recognize the PAMP acylated lipopeptide and causes the release of 

18 
 



 

pro-inflammatory inflammasome-mediated cytokines and pyroptosis [149].  Clearly, 

more needs to be done in this area in order to further define the signaling mechanisms. 

 

1.4 NLRs and saliva  

 As previously mentioned, vector saliva is a tool used to promote successful 

acquisition of a blood meal.  Inadvertently, it is also able to facilitate the transmission of  

vector-borne pathogens by manipulating the innate immune system during feeding 

(Figure 1.3). Overall, arthropod saliva is able to decrease activation, proliferation, 

differentiation, and maturation of immune cells.  As a result, intra- and inter- cell 

signaling becomes skewed to favor host immune evasion and anti-inflammatory 

responses.   

 

1.4.1 Salivary proteins  

 More specifically, arthropod saliva is composed of a plethora of salivary proteins 

that possess unique immunomodulatory functions (Table 1.3).  Salivary proteins from 

numerous arthropods have been identified, such as those from: Rhodnius prolixus, 

Rhipicephalus appendiculatus, Lutzomyia longipalpis, Ae. aegypti, and A. gambiae,  have 

been discovered. These proteins do not simply target one immune constituent but rather 

they span the gamut of cellular and molecular immunity.  Evasins manipulate signaling 

by binding  key chemokines thus inhibiting the production of cytokines [184,185]. The 

tick proteins ISL929, ISL1373, sialostatin L, IRS-2, Ir-LBP, and TSLP1 all target 

neutrophils, usually the first immune cell to respond to a pathogen [150,157–
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159,166,169,171].  Antigen presenting cells are the focus of the following salivary 

proteins: sialostatin L, PGE2, IRIS, Salp15, Ado, and maxadilan [25,89,98,157–

159,161,162,168,172–174,188–190].  Histamine release factor (HRF) and histamine 

binding proteins (HBP) both act on granule releasing cells [163,164,175–177].  The 

complement cascade is a crucial  factor involved in directing inflammatory responses 

through the formation of complexes on the pathogen surface, opsonization, and 

membrane-attack complex (MAC).  ISAC, Salp20, IRAC I/II, TSLP1, and Salp15 can  all 

inhibit the complement system [25,151,155,167,172–174,189]. Salivary proteins not only 

aim for the innate immune system, but it also acts on the adaptive immune system as 

well.  Salivary components may act on T cells, B cells, or antibodies, as is the case with 

IL-2 binding protein, IsSMase, IRIS, BIP, Salp15, IgG-BP, and maxadilan 

[89,153,160,168,170,179–181].  

 Although some of these proteins have overlapping cellular targets, their activity at 

the molecular level demonstrate some variability. For instance, ISAC, Salp20, IRAC I/II, 

TSLP1,  and Salp15 inhibit complement though through different mechanisms.  ISAC, 

Salp20, and IRACI/II  dissociates the crucial complement convertase molecule C3 

[151,155,156,167,171,173–177,185,188,191,192]. However, TSLP1 and Salp15 target 

the complement pathway by inhibiting mannose-binding lectin and MAC, respectively 

[189]. Even within the same organism, salivary proteins can influence T cells in different 

ways.  IL-2 binding, does as its name implies, blocks IL-2 while IsSMase affects T cells 

by increasing IL-4 [153,160].  In summary, immune regulation by arthropod vectors 

discussed here consists of:  (1) impediment of attachment, (2) reduction of oxidants, (3) 
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decrease of pro-inflammatory enzymatic activity, (4) modification of  cytokine levels, (5) 

attenuation of co-receptor binding, and (6) sequestration of  pro-inflammatory mediators 

from binding to their receptors (Table 1.3).      

 

 
 
 
 
 

 
 
Figure 1.3: Tick saliva and its effects on immunity. 
 
A variety of immune cells can be affected by arthropod saliva.  In this schematic we have depicted 
macrophages, dendritic cells, neutrophils, mast cells, B cells, T cells, and NK cells. Cells have been 
placed arbitrarily below the skin in order to demonstrate that saliva influences cellular activity. The skin 
is delineated by the peach and pink lines.  Glands are in yellow while brown is indicative of hair. Red 
and blue lines correspond to arteries and veins, respectively. Cells of the innate immune system are in 
purple while adaptive immune cells are not.  A summary of the impact of saliva on immune cells is 
listed in the figure.   
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Table 1.3: Salivary components and immunity.  
 

Protein 
component 

Vector Cellular Molecular Reference 

ISL929 
ISL1373 

I. scapularis Neutrophils ↓ Superoxide production 
↓ β2-integrins 

[150] 

ISAC I. scapularis Complement Dissociates C3 convertase  [151,152] 
IL-2 binding 

protein 
I. scapularis T cells Binds IL-2 [153] 

Salp 25D I. scapularis  Catalyzes the reduction of 
hydrogen peroxide with 

glutathione and glutathione 
reductase (antioxidant) 

[154] 

Salp20 I. scapularis Complement Dissociates C3 convertase [155,156] 
Sialostatin L I. scapularis Neutrophils, 

Dendritic cells 
↓ Neutrophil influx, CD80/86, IL-
12p70, TNF-α, MHC II, cathepsin 

L, IFN-γ, IL-17, T cell 
proliferation 

[157–159] 

IsSMase I. scapularis T cells ↑ IL-4 [160] 
PGE2 I. scapularis Dendritic cells ↓ IL-12, TNF-α, CD40, inhibitor 

of differentiation 
Induces cAMP-PKA signaling 

[161,162] 

Histamine release 
factor (HRF) 

I. scapularis 
D. variabilis 

Basophils, Mast cells Release of histamine [163,164] 

DAP-36 D. andersoni T cells  [165] 
IRS-2 I. ricinus Neutrophils Inhibits cathepsin G and chymase [166] 

IRAC I and II I. ricinus Complement Dissociates C3 convertase [167] 
IRIS I. ricinus Monocytes, 

Macrophages, T cells 
↓ TNF-α and IFN-γ [89,168] 

Ir-LBP I. ricinus Neutrophils 
(chemotaxis) 

Binds leukotriene B4 [169] 

BIP I. ricinus B cells Inhibits B cell activation [170] 
TSLPI Ixodes spp. Complement, 

Neutrophils 
Inhibits mannose-binding lectin [171] 

Salp15 Ixodes spp. Dendritic cells, T 
cells, Complement 

Raf-1/ MEK activation 
↓ IL-6, TNF-α, and IL-12p35 

CD4 binding 
↓ T cell activation and IL-2 
↓ Membrane attack complex 

[25,172–174] 

Histamine 
binding proteins 

(HBP) 
 

Lipocalins 

Ixodes spp. 
Rh. prolixus 

Basophils, Mast cells Binds histamine [175–177] 

Nitrophorins Rh. prolixus  Binds histamine [178] 
IgG-BP Ixodes spp. 

R. appendiculatus 
IgG Binds IgG [179–181] 

Maxadilan L. longipalpis T cells, Macrophages ↓ Nitric oxide, TNF- α 
↑ Prostaglandin E2, IL-10, IL-6 

[98] 

Adenosine and 
Adenosine 

monophosphate 

P. papatasi 
R. sanguineus 

T cells, 
Macrophages, NK 

cells?, Dendritic cells 

↓ Nitric oxide and IFN-γ 
 

[162,182,183] 

Evasin-1, -3, -4 R. sanguineus 
Tick spp. 

 Binds chemokines 
(Evasin-1:CCL3, CCL4, CCL18) 

(Evasin-3: CXCL8, CXCL1) 
(Evasin-4: CCL5, CCL11) 

[184,185] 

Ado R. sanguineus Dendritic cells Induce cAMP-PKA to reduce 
cytokine production 

[162] 

D7 Proteins Ae. aegypti 
A. gambiae 

 Binds histamine [186] 

Sialokinins Ae. aegypti T cell  [187] 
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1.5 Conclusion/Discussion  

 The importance of NLRs and vector saliva has been demonstrated through 

numerous elaborate studies by our colleagues.  Further research in this area has the 

potential to reveal even more relationships between NLRs and vector-borne pathogens, as 

well as the salivary proteins that can modulate these interactions.  I  highlighted NLRs 

and salivary components in vector-borne diseases.  Due to the vast amount of literature 

available in the field of sialomic studies, I have focused on those pertinent to the vectors 

discussed here.  Elucidating the mechanisms behind NLR recognition and salivary 

modulation of vector-borne pathogenic agents may shed light on the fundamental basis of 

pathogen-vector-host interaction.  Additionally, it may provide potential targets for 

therapeutic intervention of these devastating diseases, since this is an area in which we 

lack necessary vaccines. 

 Based on our current knowledge, arthropod saliva may regulate NLR 

inflammasome activity during transmission or after infection. Vector saliva has been 

shown to minimize reactive oxygen species (ROS) [150]. ROS has been identified as an 

agonist for the inflammasome, therefore salivary proteins can potentially reduce ROS to 

decrease activation.  Another mechanism by which arthropod saliva can hinder the 

inflammasome is by acting on caspase-1.  Caspase-1, the key enzymatic component of 

the inflammasome, is a member of the cysteine protease family.  Salivary proteins have 

demonstrated the ability to target cysteine proteases, such as sialostatin L inhibition of 

cathepsin L [157].  Therefore, it is plausible that proteins of this nature block caspase-1 

activation and subsequent IL-1β and IL-18 secretion.  These are only two potential ways 
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for saliva to exhibit anti-inflammatory effects but many more are waiting to be 

discovered. A better understanding of salivary components regulating vector-borne 

pathogens and NLR interaction may allow us to gain a foothold on controlling these 

diseases.     
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CHAPTER TWO 
 

A. phagocytophilum dihydrolipoamide dehydrogenase 1 
(LPDA1) mitigation of macrophage cytokine secretion 
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2.1 Abstract 

A. phagocytophilum, the causative agent of human granulocytic anaplasmosis, is 

an obligate intracellular pathogen transmitted by the I. scapularis tick. Human 

granulocytic anaplasmosis occurs irrespectively of pathogen load and results instead from 

host-derived immunopathology.  Thus, characterizing A. phagocytophilum genes that 

affect the inflammatory process is critical for understanding disease etiology. By using an 

A. phagocytophilum Himar1 transposon mutant library, a single transposon insertion into 

the A. phagocytophilum dihydrolipoamide dehydrogenase 1 gene (lpda1 - APH_0065) 

affects inflammation during infection. LPDA1 correlated with enhanced reactive oxygen 

species from NADPH oxidase and nuclear factor (NF)-κB signaling in macrophages. 

These findings suggest that signaling pathways in macrophages are crucial for innate 

immune responses during A. phagocytophilum invasion and highlight the importance of 

LPDA1 as an immunopathological molecule.  

   

2.2 Introduction 

A. phagocytophilum is a tick-borne rickettsial pathogen that replicates inside 

myeloid and non-myeloid cells causing human granulocytic anaplasmosis (HGA) – an 

important tick-borne disease in the United States and Europe [193,194]. HGA clinical 

and laboratory findings are fever, myalgia, headache, malaise, thrombocytopenia, 

leukopenia, anemia, mild hepatic injury and splenomegaly.  Symptoms vary from 

asymptomatic to mortality and may include septic shock-like syndrome, acute respiratory 

distress and opportunistic infections [194]. Infection results in hospitalization for 36% of 
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patients, whereas 7% of clinical cases lead to intensive care unit admission and 0.6% 

death [194]. 

A. phagocytophilum inflammatory response is induced by host innate immune 

mechanisms and does not directly correlate with pathogen load [195–198]. The 

importance of interferon (IFN)-γ for A. phagocytophilum immunity is well documented in 

IFN-γ-deficient mice. Hence, IFN-γ produced by Natural Killer (NK) and NKT cells 

contribute to pathogen defense [199,200] and mice deficient in IFN-γ are more 

susceptible to A. phagocytophilum [197,201]. During A. phagocytophilum infection, 

elevated IFN-γ levels are observed in the peripheral blood of severely ill patients [202]. 

Reactive nitrogen species causes damaging inflammatory histopathology [195] and 

commonly observed pathological features are decreased bone marrow function and 

changes in hematopoietic progenitor cells in the spleen most likely due to aberrant 

CXCL12/CXCR4 signaling [197,203,204]. IL-12/23p40, IL-18 and CD4+ T cells are 

critical for pathogen elimination from the host [138,205]. Conversely, mice deficient in 

TLR2, TLR4, inducible nitric oxide synthase (iNOS), myeloid differentiation primary 

response gene 88 (MyD88), tumor necrosis factor (TNF), NADPH oxidase, perforin and 

Fas/FasL are all capable of clearing A. phagocytophilum infection but these molecules 

play a role in host-derived immunopathology [198,199].  

The primary site of A. phagocytophilum infection in the mammalian host is 

neutrophils [32,193]. However, increasing evidence suggests that neutrophils do not seem 

to play a major role in A. phagocytophilum innate immunity. Neutrophils are significantly 

decreased during A. phagocytophilum infection and do not efficiently clear A. 
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phagocytophilum from the blood [194].  Furthermore, A. phagocytophilum colonization 

of neutrophils leads to impaired signaling and polarization [206], reduced binding to 

endothelial cells and IFN-γ signaling [207], transmigration [208,209], lowered 

phagocytosis and shedding of cell surface adhesion molecule receptors [210]. 

Macrophages are not a site of infection; however, these cells are important for combating 

A. phagocytophilum infection. A. phagocytophilum triggers pro-inflammatory responses 

in macrophages via NF-κB signaling through TLR2 [211] and animal models show 

increased macrophage infiltration and hemophagocytosis in tissues infected with A. 

phagocytophilum [212,213]. HGA clinical and histopathological features in patients also 

suggest macrophage activation [202]. 

This dichotomy between pathogen eradication and inflammation suggests that 

different immune cells regulate cytokine secretion or pathogen survival during A. 

phagocytophilum infection. These data also argue for the presence of molecules that 

regulate inflammation but not bacterial infection. In this study, I show that the A. 

phagocytophilum molecule LPDA1 affects inflammation in mice. LPDA1-derived 

immunopathology positively correlated with macrophage activation. These findings 

suggest that LPDA1 acts as an immunopathological molecule during A. phagocytophilum 

infection.  
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2.3 Materials and methods 

Ethics statement 

 Animals were housed in the Animal Resources Facility according to the 

guidelines described under the federal Animal Welfare Regulations Act. Food and water 

were provided ad libitum and all animal procedures were approved by the Institutional 

Animal Care and Use Committee at the University of California-Riverside.  Mouse 

strains Nlrc4-/-, Asc-/- (from Millenium Pharmaceuticals) and caspase-1-/- (from Richard 

Flavell at Yale University) were previously described [214]. C57BL/6, Nox2 (gp91phox)-/- 

and il1r1-/- mice were purchased from Jackson Laboratories. I used mice at 6-10 weeks of 

age. 

 

Bacterial strains 

 The University of California-Riverside approved the use of A. phagocytophilum 

strains. The A. phagocytophilum wildtype HZ and the mutant lpda1::TnHimar1 strains 

were grown in HL-60 cells (ATCC CCL-240). Cells were maintained in Iscove's 

Modified Dulbecco's Media (IMDM) with L-glutamine and hydroxyethyl 

piperazineethanesulfonic acid (HEPES) (Thermo Scientific), 20% heat-inactivated fetal 

bovine serum (FBS) in 5% CO2 and humidified air at 37°C. Cell lines were transformed 

to express mCherry and spectinomycin resistance under the control of the amtr promoter 

and flanked by the transposase recognition sequences using the Himar 1 transposon 

system.  Construction of the transposase expression plasmid, bacterial transformation, 

selection and rescue cloning assays were performed as previously described [215]. A 
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single transposon insertion into the A. phagocytophilum lpda1 sequence was detected by 

inverse PCR.  Sequence annotation was determined by using the genome browser 

software Artemis [216]. 

 

Generation of bone-marrow derived cells 

 The generation of bone marrow derived macrophages (BMDMs) and bone 

marrow derived dendritic cells (BMDDCs) has been previously described [217,218]. For 

BMDMs, femurs and tibias of mice were flushed out with a 25G needle and DMEM 

(Thermo scientific) and then spun for 10 minutes at 4°C at 1500 revolutions per minute 

(rpm). Pellets were re-suspended in DMEM supplemented with 30% L929 cell-

conditioned media and 10% FBS. Cells were then cultured in 10 cm petri dishes at 37 °C 

in a 5% CO2 tissue culture incubator for 5–6 days, with fresh media added on day 3.  

 

Confocal microscopy  

 Cells were stimulated with A. phagocytophilum strains. After washing twice with 

PBS, cells were stained with 1 µg/ml cholera toxin B (Molecular Probes) at 4°C for 10 

minutes and fixed with methanol. Cells were blocked with 5% bovine serum albumin 

(BSA) in PBS and stained for 60 minutes with primary polyclonal antibodies – either A. 

phagocytophilum (1:100) (raised in rabbits at Yale University) or the nuclear localization 

signal of the p65 subunit of NF-κB (1:100) (Millipore). Cells were then washed with PBS 

and stained with fluorescence-conjugated secondary antibodies for 30 minutes at room 

temperature. Cells were mounted with Vectashield mounting media containing 4',6-
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diamidino-2-phenylindole (DAPI). Confocal microscopy was done by using a Leica SP2 

microscope.  

 

Reactive oxygen species detection 

  Rotenone, antimycin and phorbol-12-myristate-13-acetate (PMA) were obtained 

from Sigma. I assessed reactive oxygen species (ROS) using the ROS-specific 

fluorescence probe 2’7’-dichlorofluorescin diacetate (H2DCFDA) (Invitrogen), as 

described [219]. Fluorescence was recorded in 96-well plates over time with a Perkin 

Elmer Victor 2 1420 multi-label counter using the fluorescein isothiocyanate (FITC) 

filter (excitation 485 nm, emission 538 nm). Mitochondria-associated ROS levels were 

measured by staining cells with MitoSOX (2.5 µM) (Molecular Probes) for 30 minutes at 

37οC. Cells were washed with Fluorescence Activated Cell Sorter (FACS) buffer and 

resuspended for analysis. Cells were analyzed using the BD FACSCanto II 

flow cytometer and the FCS Express analysis software (BD Biosciences).  

 

Immunoblot analysis 

 Proteins were extracted in Radioimmunoprecipitation assay (RIPA) buffer with 

complete protease and phosphatase inhibitor cocktails from Roche. Protein concentration 

was measured using the protein assay kit from Bio-Rad. Total cell lysates were separated 

using sodium dodecylsulphate-polyacrylamide gel for electrophoresis and transferred 

onto PVDF membrane (Bio-Rad). Membranes were blocked and incubated with primary 

and secondary antibodies. Development was made by the enhanced chemiluminescence 

31 
 



 

(ECL) western blot analysis system from Pierce. Rabbit anti-β-actin antibody was 

purchased from Thermo Scientific. Rabbit anti-mouse IκB-α and mouse anti-mouse p-

IκB-α was purchased from Cell Signaling. Densitometry was performed with the ImageJ 

open-source software (National Institutes of Health). 

 

Enzyme-linked immunosorbent assay (ELISA) 

 Mouse Tumor Necrosis factor (TNF)-α, IL-1β and IL-6 were measured with the 

BD OptEIA Set from BD Biosciences. Mouse IFN-γ, macrophage inflammatory protein 2 

(MIP-2) and IL-12p40 were measured with capture and detection antibodies from 

eBioscience.  

 

Statistical analysis  

 Data were expressed as mean ± standard error of the mean (SEM). Gaussian 

distribution was determined by the D’Agostino and Pearson normality test. For data 

points that followed a Gaussian distribution, the following parametric analyses were 

used: unpaired Student’s t test (two-group comparisons); Two-way ANOVA (three or 

more group comparisons - two variables); Three-way ANOVA (three or more group 

comparisons - three variables). Kruskal-Wallis ANOVA was used for data points that did 

not follow a Gaussian distribution. Bonferroni (parametric). All statistical calculations 

were performed by using GraphPad Prism Version 5.04 and Minitab 16 (Three-way 

ANOVA). Graphs were made by using GraphPad Prism Version 5.04. P<0.05 was 

considered statistically significant.  
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2.4 Results 

A. phagocytophilum LPDA1 modulates macrophage NF-κB-driven cytokine secretion  

A. phagocytophilum-induced immunopathology is associated with macrophage 

activation  [202,209,212,213]. Therefore, I investigated whether LPDA1 had any effect 

on BMDM stimulation. The mutant lpda1::TnHimar1 caused increased secretion of 

TNF-α and IL-12p40 when compared to the wildtype strain HZ (Figure  2.1A-B). 

Complementation studies for A. phagocytophilum are not available [193]. Therefore, I 

could not rescue the wildtype phenotype using classical bacterial genetics studies. 

However, the effect observed for the A. phagocytophilum mutant lpda1::TnHimar1 was 

not due to a transposon artifact.  First, infection of the A. phagocytophilum harboring a 

Himar1 insertion in an irrelevant intergenic region did not affect secretion of NF-κB 

cytokines (data not shown). Second, secretion of IL-1β - a cytokine that is regulated by 

the inflammasome [220] - was not affected by the Himar1 transposon when the A. 

phagocytophilum mutant lpda1::TnHimar1 was compared to the wildtype strain (Figure 

2.1 C), suggesting that the cytokine effect observed in macrophages was specific for NF-

κB signaling. Third, the mutant strain A. phagocytophilum lpda1::TnHimar phenocopied 

activation of the inflammasome during macrophage stimulation (Figure 2.1D-F; data not 

shown) [138]. A. phagocytophilum lpda1::TnHimar1 triggered reduced IL-1β secretion 

during pathogen stimulation of asc- and caspase-1-deficient macrophages when 
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compared to wildtype cells (Figure 2.1D). NLRC4 was only partially required for IL-1β 

secretion by macrophages during A. phagocytophilum lpda1::TnHimar1 stimulation, as 

shown for Nlrc4-deficient macrophages (Figure 2.1D). The IL-1β receptor did not play a 

major role during A. phagocytophilum stimulation of macrophages, as mice deficient in 

the IL-1β receptor (il1r1) did not show any differences in IL-1β secretion when compared 

to wildtype cells during pathogen stimulation (Figure 2.1D). The effect of the 

inflammasome is restricted to IL-1β secretion [221]. Indeed, the secretion of IL-6 and IL-

12p40 was not affected during infection of macrophages deficient in components of the 

inflammasome (Figure  2.1E-F).   

 

Figure 2.1: A. phagocytophilum LPDA1 inhibits NF-κB-mediated cytokine secretion in 
macrophages. 
 
(A to C) BMDMs(1x106) from C57BL/6 mice were stimulated with the wild-type HZ (WT) and 
lpda1::TnHimar1 (lpda1) A. phagocytophilum strains (MOI, 50) for 18 h. Supernatants were 
collected, and (A) TNF-α, (B) IL-12p40, and (C) IL-1β were measured by ELISA. Comparisons were 
performed by one-way ANOVA—Bonferroni (lpda1, WT); data are presented as means + SEM. (D 
to F) BMDMs (8x105) from wild-type, Nlrc4-/-, Asc-/-, caspase-1-/-, and Il1r1-/- mice were stimulated 
with the lpda1 A. phagocytophilum strain at an MOI 50 for 18 h. (D) IL-1β, (E) IL-6, and (F) IL-
12p40 were measured by ELISA. Experiments were repeated at least twice. Comparisons were 
performed by one-way ANOVA—Bonferroni (knockout cells, WT); data are presented as means + 
SEM. *, P < 0.05. 
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A. phagocytophilum LPDA1 inhibits NF-κB activation in macrophages via reactive 

oxygen species (ROS) from NADPH oxidase  

The regulatory effect of A. phagocytophilum LPDA1 on NF-κB in macrophages was 

confirmed by western blot and confocal microscopy. Time course series showed 

increased and more rapid NF-κB activation of BMDMs (as judged by faster 

phosphorylation, degradation of the inhibitor protein IκB-α and p65 translocation) when 

macrophages were stimulated with the lpda1::TnHimar1 mutant and contrasted to the 

wildtype A. phagocytophilum HZ strain (Figure 2.2A-D). Phosphorylation of IκB during 

stimulation with the lpda1::TnHimar1 mutant strain was twice the amount when 

compared to non-stimulated BMDMs at 6 hours (Figure  2.2C). However, 

phosphorylation of IκB increased only 50% when the wildtype A. phagocytophilum HZ 

strain stimulated BMDMs at its peak (Figure 2.2C). The increased effect of the mutant 

lpda1::TnHimar1 A. phagocytophilum on macrophage signaling also correlated with IκB 

degradation. The presence of IκB was reduced to 50% at its lowest level when the mutant 

lpda1::TnHimar1 strain stimulated macrophages, whereas there was only a 25% 

reduction in IκB degradation for BMDMs stimulated with the wildtype A. 

phagocytophilum HZ strain (Figure 2.2B and D). Enhanced NF-κB activation in  

macrophages during stimulation with the lpda1::TnHimar1 mutant correlated well with 

increasing numbers of the lpda1::TnHimar1 mutant inside the cells at 2 and 6 hours post- 

stimulation (Figure  2.2E). These results suggested that the A. phagocytophilum 

lpda1::TnHimar1 mutant was eliminated faster by BMDMs when compared to the  
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Figure 2.2: LPDA1 inhibits NF-κB nuclear translocation in macrophages via NADPH ROS. 
 
(A) BMDMs (1x106) from C57BL/6 mice were stimulated for 6 hours with either the wildtype HZ 
(WT) or the lpda1::TnHimar1 (lpda1) A. phagocytophilum strains (MOI 50) and stained with cholera 
toxin subunit B (green), DAPI (blue) and an antibody against the nuclear localization signal of the p65 
subunit of NF-κB (red; white arrows). Bar = 10 μm. (B) Cell lysates were collected and immunoblotted 
(IB) with p-IκB-α and IκB-α antibodies. β-actin was used as a normalizing control. Densitometry was 
performed for (C) p-IκB-α and (D) IκB-α.  (E) BMDMs (1x106) from C57BL/6 mice were stimulated 
with the WT or the lpda1 A. phagocytophilum strains (MOI 50) and stained with cholera toxin subunit 
B (green), DAPI (blue) and an antibody against A. phagocytophilum (red) for confocal microscopy. Bar 
= 20 μm. (F) BMDMs (2x 105) from WT and nox2-/- mice were stimulated with the WT A. 
phagocytophilum strain (MOI 50). ROS production was monitored using the fluorescent probe 
H2DCFDA at the indicated time points. (G) BMDMs (1x 106) from Nox2-/- mice were stimulated for 30 
minutes with the WT A. phagocytophilum (MOI 100), mitochondrial oxidants rotenone (40 µM) and 
antimycin (40 µg/ml) or the NOX-dependent respiratory burst chemical PMA (5 µM). ROS generation 
in the mitochondria was measured by flow cytometry using the fluorescent probe MitoSOX (2.5 µM). 
(H) BMDMs (2x105) from WT mice were stimulated with the WT or the lpda1 A. phagocytophilum 
strains (MOI 10) at the indicated time points. Comparisons were performed a two-way ANOVA- 
Bonferroni (lpda1, WT). Experiments were repeated at least twice. Data are presented as mean ± SEM. 
Student’s t test; *P < .05; (-) non-stimulated cells. 
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wildtype A. phagocytophilum HZ strain. At 24 hours most if not all A. phagocytophilum 

bacteria were degraded by macrophages (data not shown).   

Next, I tested the ability of A. phagocytophilum to induce ROS during macrophage 

stimulation. ROS is widely linked to inflammation and is important for NF-κB activation 

[222] . Contrary to neutrophils, where A. phagocytophilum suppresses ROS, BMDMs 

induced ROS in response to A. phagocytophilum (Figure 2.2F). Among the many sources 

of ROS inside the cells, mitochondria and NADPH oxidases are the most common [222]. 

To determine the source of ROS during A. phagocytophilum stimulation of BMDMs, I 

used Nox2 (gp91phox)-deficient mice. Nox2-deficient mice do not produce ROS from 

NADPH oxidase, which can be used as a mechanism of defense against microbial 

infection. Although ROS in Nox2-deficient mice was not completely abolished during 

pathogen stimulation, wildtype A. phagocytophilum stimulation produced significantly 

less ROS in Nox2-deficient cells when compared to wildtype macrophages (Figure 2.2F).  

Our observation was further confirmed by measuring ROS in mitochondria. Contrary 

to rotenone and antimycin (two compounds that produce ROS by inhibiting complex I 

and III from the mitochondria), A. phagocytophilum did not induce any detectable ROS 

in Nox2-deficient BMDMs (Figure 2.2G). Phorbol-12-myristate-13-acetate (PMA), 

which induces cells to undergo the NADPH oxidase-dependent respiratory burst, was 

used as a negative control for Nox2-deficient cells and did not increase ROS levels. To 

determine whether the lpda1::TnHimar1 A. phagocytophilum mutant produces more ROS 

when compared to wildtype A. phagocytophilum during BMDM stimulation, I measured 

total ROS. I noticed a consistent and statistically significant increase in the ROS levels 
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during BMDM stimulation with the lpda1::TnHimar1 mutant when compared to the 

wildtype A. phagocytophilum HZ strain (Figure 2.2H). Taken together, our data show that 

LPDA1 inhibits BMDM ROS production by NADPH oxidase leading to reduced NF-κB 

activation and cytokine production during stimulation with A. phagocytophilum.  

 

2.5 Discussion 

A. phagocytophilum studies have defined the contribution of innate and adaptive 

immunity during infection. On the one hand, infection-induced immunopathology is due 

to innate immunity [195–197,212,223–225]. On the other hand, pathogen eradication is 

obtained by adaptive immunity [138,198,199,226]. This clear-cut dichotomy suggests 

that some genes in the A. phagocytophilum genome may contribute to pathogen 

colonization while others may be directly associated with the disease state in mammals. 

The latter are clinically relevant because cytopenias and splenomegaly - common HGA 

symptoms - are largely due to host inflammation  [203,204,227,228]. In this study, I 

characterized the molecule LPDA1 during A. phagocytophilum colonization of the 

mammalian host.  

One intriguing result from our study is that signaling in neutrophils and 

macrophages during A. phagocytophilum infection were not alike. Neutrophils were 

refractory to lpda1::TnHimar1 mutant infection and triggered a much lower NF-κB 

response when compared to the wildtype strain (data not known). On the contrary, 

macrophages stimulated with the A. phagocytophilum lpda1::TnHimar1 mutant had 

higher levels of NF-κB signaling and were fully capable of binding and internalizing the 
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lpda1::TnHimar1 mutant. These results suggest that LPDA1 may play a functional role 

in phagocytosis of A. phagocytophilum. Independent groups have determined that 

tetrasaccharide sialyl Lewis (sLex) present on the protein P-selectin glycoprotein ligand-1 

(PSGL-1) by A. phagocytophilum is required for human neutrophil infection [229,230]. 

On the other hand, A. phagocytophilum uses α-1,3-fucosylation but not PSGL-1 for 

infection of murine neutrophils [231] and it is known that some A. phagocytophilum 

strains may use PSGL-1-dependent and -independent routes of cell invasion [232,233]. 

Future experiments comparing and contrasting the NF-κB pathway in neutrophils and 

macrophages during A. phagocytophilum infection should uncover signaling differences 

between these cell types.  Emphasis should be given towards the synergistic effect of 

neutrophil-macrophage interaction and the contribution of A. phagocytophilum LPDA1 in 

the immunological synapse.   

In summary, the results provided here demonstrate a role for A. phagocytophilum 

LPDA1 in infection-induced immunopathology. Further investigation examining how 

LPDA1 contributes to A. phagocytophilum pathogenesis and immunobiology will be 

critical for understanding HGA etiology.  
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CHAPTER THREE 
 

Inhibitory activities of tick saliva and sialostatin L2 
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3.1 Abstract 

Inflammasomes are protein scaffolds comprised of innate immune receptors that 

activate caspase-1 via the adaptor molecule ASC. During microbial infection, 

inflammasome assembly may occur and maturation of cytokines, such as IL-1β and IL-

18, leads to the inflammatory process. While it is acknowledged that several vector-borne 

pathogens trigger inflammasome function during infection, it remains unknown whether 

the anti-inflammatory properties of arthropod saliva modulate inflammasome activity. 

Here, I demonstrate that tick saliva and the salivary protein sialostatin L2 reduces pro-

inflammatory responses. I. scapularis saliva inhibits inflammatory cytokine secretion by 

macrophages during stimulation of TLR and NLR receptor signaling pathways.  Caspase-

1 inhibition by sialostatin L2 was independent of NF-κB. However, ROS from NADPH 

oxidase were seemingly important for the regulatory process. Diminished caspase-1 

function during A. phagocytophilum stimulation appeared pathogen-specific because IL-

1β secretion remained unaltered when macrophages were stimulated by known NLRP3, 

NLRC4 and AIM2 agonists in the presence of sialostatin L2. Taken together, our results 

establish that interference with innate immune signaling is not only restricted to 

endogenous regulators or microbial molecules. Disease vectors, such as ticks, may also 

alter inflammasome activity; thus, affecting inflammation during pathogen transmission.  

 

3.2 Introduction 

The inflammasome is critical for the inflammatory process [93,234,235].  

Inflammasome pathway signaling requires two key steps.  The first is the initiation of the 
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NF-κB pathway, for example by a TLR agonist. Second, the canonical paradigm in 

inflammasome activation establishes that NLR or absent in melanoma 2 (AIM2) recruit 

the adaptor molecule apoptosis-associated speck-like protein (ASC) to activate the 

enzyme caspase-1[93,234,235]. Caspase-1 then cleaves inactive cytokine precursors, 

such as pro-IL-1β and pro-IL-18, leading to IL-1β and IL-18 maturation. Four classical 

inflammasomes have been described; NLRP3 is the best studied inflammasome and is 

activated by a wide-range of stimuli with diverse physicochemical structures [236]. The 

NLRC4 inflammasome is mainly activated in response to cytosolic flagellin or bacterial 

type III and IV secretion systems from Gram-negative bacteria [237]. The AIM2 

inflammasome directly binds viral and bacterial cytosolic DNA, whereas the NLRP1 

inflammasome was the first scaffold to be described and confers susceptibility to the 

Bacillus anthracis lethal toxin [93,234,235].  

 Surprisingly, how disease vectors inhibit inflammasome activation during 

pathogen transmission remains elusive. Saliva of blood-feeding arthropods facilitates the 

establishment of vector-borne pathogens [238]. Salivary gland secretion is among the 

most common physiological and biochemical adaptation in hematophagous arthropods 

and salivary proteins from blood-feeding organisms ensue defense against host 

homeostasis and inflammation [89,163,238–243]. Combating inflammation is particularly 

problematic for ixodid ticks because these arthropods have to feed for a prolonged period 

of time and are exposed to a wide range of immune cells [97,244]. Pioneering studies 

have characterized the physiology of tick salivary glands [245] and raised the importance 

of saliva as an instrumental force for immune evasion [246–249]. Several groups have 
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demonstrated that both proteinaceous and non-proteinaceous components of tick saliva 

impair immune function [151,162,170–174,243,250–252]. From these studies it also 

became apparent that pathogens take advantage of the immunomodulatory properties of 

vector saliva to colonize the host. 

 This phenomenon was first observed during infection by Leishmania parasites 

[253], and subsequent studies demonstrated that enhanced pathogen transmission by 

saliva is universal among blood-feeding arthropods [89,238]. For instance, mosquito 

saliva augments the transmission of malaria parasites [254], West Nile [255], La Crosse 

[256] and Cache Valley [257] viruses. Similarly, tick saliva counteracts host-derived 

inflammation [89,238] by impairing the complement system [243], the function of 

macrophages, dendritic cells and T cells [258], and inhibiting cytokine secretion [89]. 

More specifically, the salivary protein Salp15 from the tick Ixodes scapularis  binds 

Borrelia burgdorferi  outer surface protein C (OspC) to shield the Lyme disease agent, 

protecting this pathogen from antibody-mediated killing [259] and dendritic cell function 

[172].  Sialostatin L2, an I. scapularis cystatin protein also facilitates the growth of the 

Lyme disease agent B. burgdorferi [260]. In addition, I. ricinus saliva inhibits interferon 

and TLR signaling during cell stimulation with B. afzelli [261,262].  Finally, infection by 

the tick-borne encephalitis virus can be prevented by immunizing animals against a 

truncated recombinant form of a tick salivary protein named 64P [263]. The implication 

of tick saliva on the macrophage, a key immune cell, remains mostly unknown.  

Recently, our group uncovered that  I. scapularis saliva inhibits inflammatory cytokine 

secretion by macrophages during stimulation of TLR and NLR signaling pathways [264]. 
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Additionally, I show that the salivary protein sialostatin L2 from the tick I. scapularis 

inhibits inflammasome activity during A. phagocytophilum stimulation. Inhibition by 

sialostatin L2 was independent of nuclear factor (NF)-κB but correlated with ROS from 

NADPH oxidase.  These findings expand previous scientific knowledge on the 

immunomodulatory properties of tick saliva and tick salivary proteins at the vector-host 

interface. 

 

3.3 Materials and methods 

Ethics statement 

  All animal experiments were approved by the Institutional Animal Care and Use 

Committee (IACUC number: A-20110030BE, 1104066 and 03759) and Biological Use 

Authorization (BUA numbers: 20120020, 130047, 20120020 and 130047) Committeesat 

the University of California, Riverside. I used C57BL/6 (database number 000664) and 

Nox2-/- (database number 002365) mice purchased from Jackson Laboratories. A. 

phagocytophilum was grown in HL-60 cells (ATCC CCL-240). HL-60 cells were 

maintained in Iscove’s Modified Dulbecco’s Media (IMDM) with L-glutamine and 

hydroxyethyl piperazineethanesulfonic acid (HEPES) (Thermo Scientific), 20% heat-

inactivated fetal bovine serum (FBS) (Sigma) in 5% CO2 and humidified air at 37°C, as 

previously described [99].  Francisella tularensis subsp. holarctica LVS was obtained 

from ATCC (ATCC 29684). Francisella tularensis LVS was grown on DIFCO cysteine 

heart agar supplemented with 9% sheep red blood cells (SRBC) for 48 h at 37°C, as 

previously described [265]. P. aeruginosa PAK was obtained from J. Mattick (University 
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of Queensland, Australia) and cultured in Luria–Bertani (LB) broth overnight, as 

described [84].  

 

Reagents 

 Lipopolysaccharide (LPS), Pam3CSK4, Zymosan, Porphyromonas gingivalis 

(PG)-LPS and muramyl dipeptide (MDP) were obtained from Invivogen. DOTAP was 

obtained from Roche.  

 

Cell culture generation 

 The generation of bone marrow-derived macrophages (BMDMs) has been 

previously described [266].  Briefly, mouse femurs were flushed with a 25 gauge needle 

and bone marrow cells were differentiated in complete Dulbecco’s Modified Eagle 

Medium (DMEM) (Invitrogen) supplemented with 30% L929 cell-conditioned media, 

10% FBS and 1% PSA (100 U/mL penicillin, 100 mg/ml streptomycin, and 0.25μg/ml 

amphotericin) (Thermo Scientific). Cells were cultured at 37°C in a 5% CO2 tissue 

culture incubator for 5–6 days, with media changed on day 3.  

 

Sialostatin L2  

 Sialostatin L2 was produced, as previously described [158,260,267]. Briefly, 

sialostatin L2 cDNA was PCR-amplified and subcloned into the pET17b bacterial 

expression vector. The expression vector was placed into the Escherichia coli strain 

BL21(DE3)pLysS for expression. Cultures were grown and induced by adding isopropyl 

45 
 



 

1-thio-β-d-galactopyranoside (IPTG). Inclusion bodies were dissolved in 6 M guanidine 

hydrochloride, 20 mm Tris-HCl, pH 8.0, and reduced with 10 mM dithiothreitol (DTT). 

Sialostatin L2 was refolded in a large volume of 20 mM Tris HCl, pH 8.0, 300 mM NaCl, 

and stirred overnight at 4 °C. The refolded protein was concentrated with a tangential 

flow filtration device and purified by gel filtration chromatography on Sephacryl S-100 

followed by anion exchange chromatography on Q-Sepharose. Dialysis followed against 

20 mM Tris-HCl, pH 7.4, 150 mm NaCl. LPS contamination was removed by using the 

detergent-based method from Arvys Proteins. Endotoxin presence was estimated by using 

a sensitive fluorescence-based endotoxin assay from Lonza Biologics. 

 

Tick saliva collection 

 The collection of tick saliva has been previously described [99,217,268]. I. 

scapularis saliva was collected 4–5 days after feeding because studies suggest that 

transmission of A. phagocytophilum initiates slowly between 24 and 48 hours and is 

enhanced during rapid feeding to repletion around 72 h–96 h post tick attachment 

[198,240,269]. Therefore, saliva from I. scapularis would reflect actual conditions during 

A. phagocytophilum transmission at the vector-host interface. In addition, I. scapularis 

saliva collection at 24–48 hours is technically very challenging. The alternative would be 

using salivary glands. However, salivary glands bring a technical artifact to the system 

because this organ in ticks is rich in intracellular proteins and other immune effectors 

such as nucleotides, which may skew cytokine response in immune cells. To isolate 

vector saliva, I. scapularis ticks were allowed to feed on New Zealand white rabbits. A 
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restraining collar was placed around the neck of each rabbit, and their ears were covered 

prior to tick exposure. Ticks were permitted to engorge for 4–5 days on the ear of a 

rabbit. Upon harvesting, ticks were rinsed in distilled water and were immediately fixed 

to glass slides with double-sided tape. A sterile glass micropipette was placed around the 

hypostome to collect saliva. Salivation was induced by the application of pilocarpine to 

the scutum of the tick. Saliva was pooled and stored at −80°C for use.  

 

Immune cell stimulation 

 BMDMs from C57BL/6 mice were stimulated with the TLR agonists LPS (500 

ng/ml), Pam3CSK4 (1 μg/ml), Zymosan (10 μg/ml) and PG-LPS (500 ng/ml), the Nod2 

stimulant MDP (10 μg/ml) or A. phagocytophilum (multiplicity of infection (MOI) 10 

and 50) at indicated dilutions of tick saliva. Pro-inflammatory cytokines such as TNF-α, 

interleukin (IL)-12p40, IL-6 and IL-1β were measured by ELISA.  

 

ELISA 

 Mouse TNF-α, IL-1β, andIL-6 were measured with the BD OptEIA Set from BD 

Biosciences. Mouse IL-12p40 was measured with capture and detection antibodies from 

eBiosciences. For the ELISA assays, wells were coated with recommended capture 

antibody dilutions in freshly prepared coating buffer (0.1 M sodium carbonate, pH 9.5). 

Plates were sealed and incubated overnight at 4°C followed by aspiration. Wells were 

then washed 3 times with ≥ 300 μL/well of freshly prepared wash buffer (phosphate 

buffered saline (PBS) with 0.05% Tween-20). After the last wash, plates were inverted 
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and blotted on absorbent paper to remove any residual buffer. Wells were then blocked 

with ≥ 200 μL/well of assay diluent (PBS with 10% FBS, pH 7.0) and incubated at room 

temperature for 1 hour. Plates were washed 3 times with wash buffer. Then, standards 

and sample dilutions were prepared in assay diluent, as recommended (BD Biosciences). 

100 μL of samples and standards were pipetted into the wells, incubated for 2 hours at 

room temperature followed by 5 washes. 100 μL of detection antibodies were diluted in 

assay diluent and added to each well. Plates were sealed and incubated for 1 hour at room 

temperature. Plates were washed 5 times. Then, 100 μL of enzyme reagent (BD OptEIA 

Set from BD Biosciences) were diluted in assay diluent, pipetted into each well and 

incubated for 30 minutes at room temperature. Wells were aspirated and washed 7 times 

with wash buffer. 100 μL of substrate solution (BD OptEIA Set from BD Biosciences) 

were added to each well and incubated for 30 minutes (without plate sealer) at room 

temperature in the dark. 50 μL of 2 N H2SO4 was added to each well. Absorbance was 

read in the ELISA plate reader (Bio-Rad) at 450 nm within 30 minutes. Background was 

corrected by reading the subtract absorbance at 570 nm.  

 

Cell death assay 

 Cell death was assayed by measuring lactate dehydrogenase (LDH), as 

recommended by the manufacturer (Takara). Briefly, 100 μL of each sample was placed 

into a well. Then, a catalyst solution (Takara) was added to the samples and controls. 

Samples were incubated for 10–30 minutes, at room temperature, protected from light. 

Reactions were stopped at the end of the incubation period by adding 50 μL of 1 N HCl. 
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Absorbance was measured at 490 nm. The iMark microplate absorbance reader (Bio-Rad) 

was used according to the manufacturer’s instruction.  

 

Immunoblotting 

 Cell lysates were extracted using radioimmunoprecipitation (RIPA) lysis buffer 

(Boston Bioproducts) with Complete Mini Protease Inhibitor Cocktail and PhosSTOP, 

both from Roche Applied Science. Protein concentration was determined via the 

Bradford protein assay method, using protein assay dye reagent concentrate and iMark 

reader, both from Bio-Rad. SDS polyacrylamide gel was made and ran at 200 volts for 1 

hour. Transfer was done in wet conditions with polyvinylidene fluoride (PVDF) 

membranes for 60 minutes at 100 volts. Membranes were blocked in 5% non-fat dry milk 

(LabScientific, Inc.). Western blot antibodies for β-actin (Neomarker-Thermo Scientific) 

(1:500-1:1000) (Catalogue 497 number - RB-9421p), IκB-α (Cell Signaling) (1:1000) 

(Catalogue number - 4814), p-IκB-α (Cell Signaling) (1:1000) (Catalogue number – 

9246S), IL-1β (R&D systems) (1:1000) (Catalogue number - AF-401-NA), caspase-1 

(Millipore) (1:1000) (Catalogue number – 06-503), (Santa Cruz) (1:100-1:1000) 

(Catalogue number – SC-514), IL-18 (MBL) (0.5-4 μg/ml) (Catalogue number – JM-

5180-100), anti-goat horseradish peroxidase (HRP) (Santa Cruz) (1:7500-1:10000) 

(Catalogue number SC-2352), anti-rabbit HRP (Santa Cruz) (1:7500-1:10000) (Catalogue 

number SC-2374), anti-mouse HRP (Santa Cruz) (1:7500-1:10000) (Catalogue number 

SC-2375) were used. In some experiments, supernatants were concentrated with 

centrifugal filter units (3K) (Amicon) (Catalogue number – UFC500324) and caspase-1 
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immunoblots were performed. Enhanced chemiluminescence (ECL) western blotting 

substrate and super signal West Pico Chemiluminescent substrate were used (Pierce 

Thermo Scientific).  

 

ROS and Fluorescent Labeled Inhibitor of Caspase-1 (FLICA) 

 I detected ROS using the fluorescence probe 2′7′-dichlorofluorescin diacetate 

 (H2DCFDA) (Invitrogen), as described previously [99]. Fluorescence was recorded in 

96-well plates over time with a Spectra MAX Gemini EM microplate reader (Molecular 

Devices) using a fluorescein isothiocyanate (FITC) filter (excitation, 485 nm; emission, 

538 nm). Green FLICA Assay Kit (Immunochemistry) (Catalogue number 98) was used 

to detect active caspase-1 in macrophages. Measuring was done with excitation at 490 nm 

and emission at 520 wavelengths. 

 

Statistical analysis 

 Data were expressed as means ± standard errors of the means (SEM). Gaussian 

distribution was determined by the D'Agostino and Pearson normality test. The following 

parametric analyses were used: unpaired Student's t test (two-group comparisons); one-

way analysis of variance (ANOVA) (comparisons of three or more groups). Bonferroni 

post hoc multiple comparison tests were used following ANOVA. All statistical 

calculations and graphs were made by using GraphPad Prism version 5.04. P < 0.05 was 

considered statistically significant. 
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3.4 Result 

I. scapularis saliva diminishes inflammatory cytokine secretion by murine 

macrophages 

 Tick saliva has immunomodulatory properties [89,238]. To determine whether 

tick saliva inhibits macrophage function, I first stimulated mouse BMDMs with LPS in 

the presence or absence of different dilutions of I. scapularis saliva. Cytokine levels were 

not altered during BMDM stimulation with tick saliva alone, suggesting that the saliva 

does not carry any contaminants, PAMPs, or DAMPS. As expected, LPS induced high 

levels of cytokine secretion in murine BMDMs (Figures 3.1 and 3.2).  However,  

 

I. scapularis saliva inhibited secretion of both TNF-α and IL-12p40 by BMDMs after 

stimulation with LPS (Figure 3.1). This effect was more pronounced for TNF-α, as a tick 

saliva dilution of 1:10000 (v/v) still affected cytokine secretion by BMDMs during LPS  

 
 
Figure 3.1: I. scapularis saliva mitigates LPS- mediated cytokine secretion by murine 
macrophages. 
 
BMDMs (8×105) from C57BL/6 mice were stimulated with LPS (500 ng/ml) for 18 hours, in the 
presence or absence of indicated dilutions of tick saliva. (A) TNF-α and (B) IL-12p40 were measured 
by ELISA. Tick saliva was added 2 hours before stimulation. Responses were measured in triplicate 
and presented as mean ± SEM within the representative experiment. Experiments were repeated three 
times. *P < .05, One-way ANOVA, post-hoc Bonferroni; (−) non-stimulated cells. NS – not 
significant. 
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stimulation (Figure 3.1A). A reduction in IL-12p40 secretion by macrophages after LPS 

stimulation was only observed for a tick saliva dilution of 1:1000 (v/v) and below (Figure 

3.1B). I then stimulated mouse BMDMs with a wide range of TLR ligands and measured 

IL-6 and IL-12p40 secretion in the presence of I. scapularis saliva. Tick saliva 1:500 

(v/v) inhibited IL-6 and IL-12p40 secretion by BMDMs when stimulated with TLR 

agonists, such as LPS, Pam3CSK4, Zymosan and PG-LPS (Figure 3.2). Next, I 

stimulated BMDMs with Nod1 and Nod2 agonists to determine whether the effect of I. 

scapularis saliva on cytokine secretion was restricted to TLRs. Nod1 and Nod2 are 

considered cytosolic receptors and are part of the NLR protein family[270]. The Nod1 

and Nod2 agonists iE-DAP and MDP did not induce cytokine production in BMDMs 

during extracellular stimulation (Figure 3.3; data not shown). However, transfection of 

MDP to the cytosol using the cationic lipid DOTAP led to secretion of both IL-6 and IL-

 
 
Figure 3.2: I. scapularis saliva inhibits TLR-mediated cytokine secretion by macrophages.  
 
BMDMs (8×105) from C57BL/6 mice were stimulated with LPS (500 ng/ml), Pam3CSK4 (1 μg/ml), 
Zymosan (10 μg/ml) and PG-LPS (500 ng/ml) for 18 hours in the presence or absence of tick saliva 
(1:500 dilution). Tick saliva was added 2 hours before stimulation. (A) IL-6 and (B) IL-12p40 were 
measured by ELISA. Responses were measured in triplicate and presented as mean ± SEM within the 
representative experiment. Experiments were repeated three times. *P < .05, Student’s t test. (−) non-
stimulated cells. NS – not significant. 
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12p40 by BMDMs (Figure 3.3). Further, I. scapularis saliva inhibited IL-6 and IL-12p40 

secretion mediated by the transfected Nod2 agonist MDP at the saliva dilution of 1:500 

(v/v). Taken together, I report that I. scapularis saliva mitigates cytokine secretion by 

BMDMs during extracellular and cytosolic stimulation of TLR and NLR pathways. 

 

I. scapularis saliva lessens inflammatory cytokine secretion by murine macrophages 

during A. phagocytophilum stimulation 

 To determine whether the effect of tick saliva was restricted to TLR and NLR 

ligands, I stimulated BMDMs with the I. scapularis rickettsial pathogen A.  

phagocytophilum. A. phagocytophilum induced the secretion of large amounts of 

cytokines by murine macrophages (Figures 3.4). Nonetheless, tick saliva was also 

efficient in reducing cytokines by BMDMs, such as IL-6, IL-12p40 and TNF-α during A. 

phagocytophilum stimulation (Figure 3.4). Similar to BMDM stimulation with LPS, the 

 
 
Figure 3.3: I. scapularis saliva impairs Nod2-mediated cytokine secretion by murine 
macrophages.  
 
BMDMs (1×106) from C57BL/6 mice were stimulated with MDP (10 μg/ml) or DOTAP (10 μg/ml) + 
MDP (10 μg/ml) for 20 hours, in the presence or absence of tick saliva (1:500). The secretion of (A) 
IL-6 and (B) IL-12p40 were measured by ELISA. Responses were measured in triplicate and 
presented as mean ± SEM within the representative experiment. Experiments were repeated three 
times. *P < .05, Student’s t test. (−) non-stimulated cells. NS – not significant. 
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effect of tick saliva was more pronounced on TNF-α secretion by BMDMs during 

pathogen stimulation. TNF-α secretion was completely abolished when BMDMs were 

stimulated with A. phagocytophilum in the presence of tick saliva (Figure 3.4C). Overall, 

the inhibitory effect of tick saliva on cytokine secretion by BMDMs during A. 

phagocytophilum stimulation was best observed at a 1:150 dilution (v/v). Experiments 

performed with tick saliva at a 1:300 dilution (v/v) also showed reduction of cytokine 

secretion by BMDMs during A. phagocytophilum stimulation (Figure 3.4). However, the 

effect was milder (although statistically significant) for IL-6 and IL-12p40 (Figure 3.4A  

 

and B). I did not detect a dilution effect on TNF-α secretion by BMDMs at a 1:300 

dilution (v/v) (Figure 3.4C). These results suggest that the inhibition threshold for tick 

saliva on TNF-α secretion by BMDMs during A. phagocytophilum stimulation is greater 

than 1:300 (v/v) compared to 1:150 dilution (v/v). It is unclear why more concentrated 

 
 
Figure 3.4: I. scapularis saliva mitigates cytokine secretion by macrophages during A. 
phagocytophilum stimulation in a dose-dependent manner.  
 
BMDMs (1×106) from C57BL/6 mice were stimulated with the wild-type A. phagocytophilum HZ 
strain (MOI 50) for 18 hours in the presence or absence of tick saliva (1:150 and 1:300 dilution). (A) 
IL-6, (B) IL-12p40 and (C) TNF-α were measured by ELISA. Responses were measured in triplicate 
and presented as mean ± SEM within the representative experiment. *P < .05, One-way ANOVA, post-
hoc Bonferroni; (-) non-stimulated cells. NS – not significant.  
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tick saliva is required to inhibit cytokine secretion during A. phagocytophilum stimulation 

when compared to individual TLR or NLR agonists. I reasoned that the presence of 

multiple PAMPs in a pathogen, such as A. phagocytophilum, may require a stronger dose 

of tick saliva to mitigate cytokine secretion by BMDMs. 

 

Sialostatin L2 inhibits caspase-1 maturation, IL-1β and IL-18 secretion by 

macrophages during A. phagocytophilum stimulation 

It was previously shown that sialostatin L2 facilitates the growth of B. burgdorferi 

in the mouse skin, and vaccination against sialostatin L2 decreases the feeding ability of 

I. scapularis nymphs [260,267] - suggesting that this molecule may play a protective role 

against host immune responses. To ascertain whether this protein could affect cytokine 

secretion, I first stimulated macrophages with a panel of TLR, Nod1 and Nod2 agonists 

in the presence or absence of sialostatin L2. Sialostatin L2 did not inhibit TLR, Nod1 

Nod2 signaling in macrophages after PAMP stimulation, as judged by measurements of 

IL-6 and IL-12p40 (Figure 3.5A-C; data not shown). In non-stimulated cells, IκB 

sequesters NF-κB dimers in the cytoplasm by masking the nuclear localization signals 

(NLS) of the NF-κB protein p65. Activation of NF-κB is initiated by phosphorylation 

and subsequent degradation of IκBs, which leads to the translocation of the NF-κB 

complex to the nucleus and expression of inflammatory genes [271]. Using a time course 

experiment, I visualized p-IκB-α and IκB-α degradation during LPS stimulation of 

macrophages.  I observed similar levels of NF-κB activation in the presence or absence of 

sialostatin L2 during LPS stimulation (Figure 3.5D). In both treatments, phosphorylation 
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of IκB-α initiated at 5 minutes post-challenge, while degradation of IκB-α occurred at 10 

minutes and returned to background levels after 30 minutes.  

I then investigated whether sialostatin L2 could affect the inflammasome 

cytokines IL-1β and IL-18. Pro-IL-1β and pro-IL-18 are induced by pattern recognition 

receptors or pro-inflammatory cytokines via NF-κB. This signal is referred to as priming. 

The second signal is mediated by caspase-1 activation, which cleaves IL-1β and IL-18  

 

into its mature forms [93,234,235]. As previously observed, our studies showed that IL-

1β and IL-18 secretion by macrophages during A. phagocytophilum stimulation did not 

 
 
Figure 3.5: Sialostatin L2 does not inhibit TLR or Nod2 signaling in macrophages.  
 
BMDMs (8x 105) were stimulated with LPS (0.5 μg/ml), Pam3CSK4 (1μg/ml), Zymosan (10 μg/ml) 
and  PG-LPS (0.5 μg/ml) for 18 hours in the presence or absence of sialostatin L2 (SL2 - 3 μM). SL2 
was added 2 hours before stimulation. (A) IL-6 and (B) IL-12p40 were measured by ELISA. (C) 
BMDMs (1x 106) were stimulated with MDP (10 μg/ml) or with DOTAP (10 μg/ml) + MDP (10μg/ml) 
for 20 hours in the presence or absence of SL2 (3 μM). The secretion of IL-12p40 was measured by 
ELISA. (D) BMDMs (1x 106) were stimulated with LPS (0.5 μg/ml) in the presence or absence of SL2 
(3 μM). Cell lysates were collected at the indicated time points and immunoblotted (IB) with p-IκB-α 
and IκB antibodies. Actin was used as loading control. Cytokine measurements were taken in triplicate 
and presented as mean ± SEM. These experiments were repeated twice. Student’s t test. (-) non-
stimulated cells. NS – not significant. 
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require lipopolysaccharide (LPS) priming and did not affect cell death (Figure 3.6A) 

[264]. These results were consistent with the lack of genes for LPS synthesis in the A. 

phagocytophilum genome [272] and the A. phagocytophilum anti-apoptotic properties 

[273]. A. phagocytophilum induced both IL-1β and IL-18 secretion by macrophages, and  

 

this effect was dependent on caspase-1 activation (Figure 3.6B-D). Surprisingly, 

sialostatin L2 inhibited maturation of both IL-1β and IL-18 (here depicted as the mature 

forms p17 and p18, respectively) (Figure 3.6B and C). Consistent with sialostatin L2 

 
 
Figure 3.6: Sialostatin L2 inhibits A. phagocytophilum-induced caspase-1-mediated cytokine 
secretion.  
 
(A-D) BMDMs (1x 106 ) were stimulated with A. phagocytophilum (MOIs 10 and 50) in the presence or 
absence of sialostatin L2 (SL2) for 18 hours. (A) Cell death was measured by using the LDH assay. (B) 
IL-1β (p31 and p17) was measured by western blots (IB). β-actin was used as a loading control. (C) IL-
18 (p18) and mature caspase-1 (p20) mature forms were measured by western blots (IB). (D) BMDMs 
(2x 105) were stimulated with A. phagocytophilum  (MOI 10) for 18 hours in the presence or absence of 
SL2. The fluorescent inhibitor probe FAM-YVAD-FMK was used to label active caspase-1 in 
macrophages. The signal is shown as a function of relative fluorescence units (RFU). A and D (SL2 - 3 
μM) are shown in triplicate and presented as mean ± SEM. SL2 (10 μM) was used in B and C. These 
experiments were repeated at least twice. *P < .05, Student’s t test. (-) non-stimulated cells. NS – not 
significant. 

57 
 



 

regulating signaling upstream of IL-1β and IL-18 secretion, I observed an effect on 

caspase-1 activation (Figure 3.6C-D).  

To demonstrate that the results obtained with caspase-1 were not an antibody 

artifact, I measured caspase-1 by using a fluorescence assay (FLICA) [274]. Our results 

also showed that sialostatin L2 inhibited caspase-1 activation during A. phagocytophilum 

stimulation of macrophages (Figure 3.6D). The effect of sialostatin L2 on IL-1β secretion 

appeared specific for A. phagocytophilum because IL-1β secretion remained unaltered 

when macrophages were stimulated by known NLRP3, NLRC4 and AIM2 agonists 

(Figure 3.7). Sialostatin L2 did not inhibit IL-1β secretion by macrophages before (NF-

κB activation) or after priming (inflammasome activation). On the contrary, I noticed a 

slight increase of IL-1β secretion by macrophages when sialostatin L2 was added to cells 

prior to LPS priming and F. tularensis stimulation (Fig. 3.7C). 

 

 
 
Figure 3.7: Sialostatin L2 does not hinder IL-1β secretion mediated by known NLRP3, NLRC4 
and AIM2 agonists.  
 
BMDMs (8x 105) were stimulated with (A) nigericin (10 μM) (B) P.aeruginosa PAK (MOI 10) or (C) 
F. tularensis LVS (MOI 50) for 9 hours in the presence or absence of sialostatin L2 (SL2 - 3 μM) for 30 
minutes either prior to or immediately after priming with LPS (50 ηg/ml). IL-1β secretion in the 
supernatants was assessed by ELISA. Experiments represent mean ± SEM performed in triplicate and 
were repeated twice. *P < .05, ANOVA (post-hoc Bonferroni). (-) non-stimulated cells. NS – not 
significant. 
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Sialostatin L2 inhibits caspase-1 maturation, IL-1β and IL-18 secretion by 

macrophages via NADPH ROS during A. phagocytophilum stimulation  

 I then investigated the mechanism by which sialostatin L2 inhibits caspase-1 

activation.  I used the Nox2-/- mice, which do not produce ROS from NADPH oxidase 

[99],  to confirm our findings. As previously observed, A. phagocytophilum induced ROS  

production in macrophages (Figure 3.8A) [99]. This was contrary to neutrophils, where  

A. phagocytophilum actively suppresses NADPH oxidase assembly and ROS production 

[193,273]. Although not completely abrogated, I observed that Nox2-/- macrophages 

produced less ROS when compared to wildtype cells. Furthermore, sialostatin L2 

completely inhibited ROS production by wildtype macrophages during A. 

phagocytophilum stimulation. These results implicated the regulation of ROS by 

sialostatin L2 via NADPH-dependent and possibly independent pathways. The effect of 

NADPH-dependent ROS or sialostatin L2 on IL-1β secretion was not due to differential 

IL-1β translation (p31), because Nox2-/- macrophages produced similar amounts of pro-

IL-1β in the presence or absence of sialostatin L2 when compared to wildtype 

macrophages (Figure 3.8B). Conversely, I noticed a dose-dependent effect for sialostatin 

L2 and NADPH-mediated ROS production on IL-1β secretion by macrophages during A. 

phagocytophilum stimulation (Figure 3.8C). This phenomenon appeared specific for IL-

1β secretion because IL-6 was not affected (Figure 3.8D). Corroborating with our 

findings, caspase-1 activation was inhibited by sialostatin L2 and NADPH-mediated ROS 

production during A. phagocytophilum stimulation of macrophages (Figure 3.8E). Taken 

together, our findings showed that sialostatin L2 inhibited NADPH-mediated ROS 
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production in macrophages, which correlated with decreased caspase-1 activation and IL-

1β and IL-18 secretion during A. phagocytophilum stimulation. 

 

 

 

 

 
 
Figure 3.8: Sialostatin L2 inhibits IL-1β secretion via NADPH ROS during A. phagocytophilum 
stimulation of macrophages. 
 
(A) BMDMs (2x105) from wildtype (WT) and Nox2−/− mice were stimulated with A. phagocytophilum 
(MOI 10) in the presence or absence of sialostatin L2 (SL2– 3 μM). ROS production was monitored 
using the fluorescent probe H2DCFDA at the indicated time points. (B) BMDMs (1x106) from wildtype 
and Nox2−/− mice were stimulated with A. phagocytophilum (MOI 50) in the presence or absence of SL2 
(3 μM) for 18 hours. pro-IL-1β (p31) was measured by western blot (IB). β-actin was used as a loading 
control. (C-D) BMDMs (1x106) from wildtype (WT) and Nox2−/− mice were stimulated with A. 
phagocytophilum (MOIs 10 and 20) in the presence or absence of SL2 (3 μM) for 18 hours. (C) IL-1β 
and (D) IL-6 were measured by ELISA. (E) BMDMs (2x 105) from wildtype (WT) and nox2−/−  mice 
were stimulated with A. phagocytophilum (MOI 50) for 18 hours in the presence or absence of SL2 (3 
μM). The fluorescent inhibitor probe FAM-YVAD-FMK was used to label active caspase-1 in 
macrophages. The signal was corrected for the background and the percentage of caspase-1 activation 
in macrophages is shown as a function of relative fluorescence units. Cytokine measurements were 
taken in triplicate and presented as mean ± SEM. A, C and D were repeated twice, whereas B and E 
were repeated five times. *P < .05, (A) ANOVA (post-hoc Bonferroni). (C-E) Student’s t test. (-) non-
stimulated cells. NS – not significant. 
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3.5 Discussion 

 Inflammation is characterized by complex interactions between innate and 

adaptive immunity [275]. Pro-inflammatory cytokines and chemokines recruit immune 

cells to the site of tick feeding. Tick salivary proteins then mitigate the secretion of 

cytokines by immune cells, thereby, diminishing inflammation [89,238,240]. Despite 

significant progress in the past, how ectoparasites, such as ticks, regulate host innate 

immune signaling remains mostly elusive.  In this study, I demonstrate that I. scapularis 

saliva has the ability to inhibit cytokine secretion by murine immune cells. These findings 

are supported by our results showing that extracellular and cytosolic stimulation of 

macrophages with PAMPs can be inhibited by I. scapularis saliva. I also performed 

experiments with A. phagocytophilum and show that similar mitigation effects occur in 

macrophages. To our knowledge, I describe for the first time that secretion of IL-6 and 

IL-12p40 after stimulation with the Nod2 ligand MDP was diminished in macrophages 

during treatment with tick saliva. Nod2 has emerged as a critical regulator for immunity 

and inflammation since it activates canonical and non-canonical NF-κB signaling, 

mitogen activated protein kinases, cytokines, chemokines and antimicrobial reactive 

oxygen species [270]. 

Previously, it was shown that A. phagocytophilum is partially recognized by the 

NLRC4 inflammasome [138], a protein scaffold that regulates the secretion of IL-1β and 

IL-18 [93]. Mice deficient in caspase-1 and Asc, essential components of the 

inflammasome, were more susceptible than wild-type animals to A. phagocytophilum 

infection. These findings were due to the absence of IL-18 secretion and reduced 
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interferon (IFN)-γ levels in the peripheral blood. It is unclear how I. scapularis saliva 

regulates IL-1β secretion by macrophages during A. phagocytophilum stimulation.  In this 

study, I demonstrate that the tick salivary protein sialostatin L2 inhibits inflammasome-

mediated inflammation during stimulation with the rickettsial pathogen A. 

phagocytophilum. The sialostatin L2 effect on caspase-1 activation and IL-1β secretion 

appeared specific for A. phagocytophilum because stimulation of macrophages with 

either P. aeruginosa (a non-vector borne pathogen) or F. tularensis (a non-I. scapularis 

tick pathogen) did not affect caspase-1 . This is not entirely surprising because the 

intricate relationship between the tick vector and A. phagocytophilum is molded by 

evolutionary selection [89]. It is possible that multiple salivary proteins regulate IL-1β 

secretion during hematophagy. Biologically active proteins in the tick saliva are 

commonly used as a strategy for immune evasion during feeding and it is estimated that 

hematophagy has evolved independently in more than 14,000 arthropod species [89,238]. 

Ticks have large genomes and carry many gene paralogs [276]. These gene paralogs may 

act redundantly to provide inhibition of immune protein scaffolds in the mammalian host. 

Two earlier articles provided experimental support for this hypothesis. Ramachandra and 

Wikel showed that salivary gland extracts from the tick D. andersoni reduced IL-1 levels 

during the early phases of tick feeding [277], whereas Fuchsberger et al., determined that 

human IL-1β secretion was mitigated when treated with LPS and salivary gland extracts 

from partially fed adult female R. appendiculatus [278]. In addition, A. phagocytophilum 

may need redundant mechanisms of innate immune recognition to trigger IL-1β secretion. 

Secretion of IL-1β requires NF-κB activation to generate pro-IL-1β [111,112]. Dumler 
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and colleagues demonstrated that A. phagocytophilum triggers TLR2 activation during 

immune cell stimulation  [211]. TLR activation is known to initiate NF-κB signaling in 

immune cells [102].  More recently, our group participated in a study showing that 

receptor interacting protein-2 (RIP2) affects A. phagocytophilum infection in mice [130]. 

RIP2 is an adaptor molecule for the innate immune receptors Nod1 and Nod2, which also 

regulates NF-κB signaling [279]. Finally, assembly of a multi-protein complex coined 

“inflammasome” is critical for IL-1β secretion [111,112]. It was previously demonstrated 

that the inflammasome is critical for immunity against A. phagocytophilum infection  

[138]. Taken together, our findings reinforce the notion that A. phagocytophilum 

immunity is multi-factorial, and suggests a holistic inhibitory effect of tick saliva on 

innate immunity. This is important because a pathogen such as A. phagocytophilum may 

need multiple layers of immune evasion during transmission. Therefore, the properties of 

tick saliva may be a major strategy of host immune evasion during pathogen 

transmission. Clearly, further studies are necessary to determine the contribution of 

salivary proteins to A. phagocytophilum pathogenesis and immunity. 

Further characterization of tick salivary proteins, such as sialostatin L2, is not a 

trivial task.  First, for example, RNAi silencing and vaccination against sialostatin L2 

impairs the feeding ability of I. scapularis nymphs [260,267]. Therefore, a reliable 

comparison of pathogen transmission in control and RNAi-silenced ticks; or, 

alternatively immunized and control groups is not possible. Second, mice are the natural 

hosts of ticks; thus, they do not typically develop immunity against salivary proteins 

[238,240]. Third, many sialostatin L2 paralogues are present in the I. scapularis genome. 
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Hence, these molecules may cross-react with antibodies, questioning the validity of any 

assay that measures sialostatin L2 concentration in the tick saliva. Due to these 

shortcomings, and the fact that potential host receptors (or cell mediators) in immune 

cells need saturation to reveal a noticeable phenotype, our approach of 'decomposing' tick 

saliva by studying individual molecules may be regarded as a conceptual advance for the 

understanding of inflammasome biology and vector-borne diseases.  The technical 

challenges of tick salivary protein experimentation has truly limited this field of research. 

The role of ROS contributing to caspase-1 activation during infection remains 

highly controversial. Earlier studies demonstrated that ROS originating from NADPH 

oxidase were deemed important for inflammasome activation [219]. However, 

subsequent work showed mitochondria as a requirement for caspase-1 activation [280]. 

Mitochondria is likely not involved in caspase-1-mediated inflammation during A. 

phagocytophilum infection because our results did not show any effect on mitochondrial 

ROS [99]. Conversely, NADPH oxidase appears important for IL-1β secretion (Figure 

3.8) and NF-κB signaling [99]. I observed that Nox2-/- macrophages have decreased but 

not abrogated ROS when macrophages are stimulated with A. phagocytophilum [99]. 

Therefore, caspase-1 signaling in the A. phagocytophilum model may include non-

canonical ROS sources, such as: β-oxidation of peroxisomes, prostaglandin synthesis and 

detoxification reactions by cytochrome P450s [281]. Second, ROS studies have been 

mostly done by using the NLRP3 protein [93,234,235]. In the NLRC4 model, 

inflammasome function seems independent of mitochondrial involvement [282]. Third, 

the baseline activation level of the redox system, which determines caspase-1 activation 
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and IL-1β secretion, can be considered a complicating factor when comparing infectious 

systems [283]. Finally, the production of IFN-γ, a cytokine that controls A. 

phagocytophilum immunity [273], regulates NADPH oxidase and ROS production [284]. 

Thus, I posit that an integrated view of ROS production may explain seemingly 

contrasting findings.  

  Currently, vaccines for arthropod-borne diseases are only available for the 

yellow fever virus, Japanese encephalitis virus, Rift valley fever virus and the tick-borne 

encephalitis virus [89].  The association of traditional pathogen- and vector-based 

vaccines could improve protection against vector-borne diseases. This rationale is further 

supported by work showing that previous exposure of mice to salivary gland extracts of 

sandflies, mosquitoes and ticks reduce pathogen load and vector fitness during 

transmission [89,238]. The effective use of salivary gland molecules that target the pro-

inflammatory pathways as vaccine candidates could be, in theory, used to reduce 

morbidity and mortality associated with major vector-borne diseases. In conclusion, our 

studies show that I. scapularis tick saliva and sialostatin L2 inhibit pro-inflammatory 

signaling pathways.  
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CHAPTER FOUR 
 

NSD1 mitigates caspase-1 activation by listeriolysin O in 
macrophages 
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4.1 Abstract 

Mammals and plants share pathogen-sensing systems named nod-like receptors 

(NLRs). Some NLRs form the inflammasome, a protein scaffold that regulates the 

secretion of IL-1β and IL-18 by cleaving catalytically inactive substrates into mature 

cytokines. Here, I show an immune conservation between plant and mammalian NLRs 

and demonstrate that the murine nuclear receptor binding SET domain protein 1 (NSD1), 

a protein that bears similarity to the NLR regulator enhanced downy mildew 2 (EDM2) in 

Arabidopsis, diminishes caspase-1 activity during extracellular stimulation with Listeria 

monocytogenes listeriolysin O (LLO). I observed that NSD1 neither affects nuclear factor 

(NF)-κB signaling nor regulates NLRP3 inflammasome gene expression at the 

chromatin, transcriptional or translational level during LLO stimulation of macrophages. 

Silencing of NSD1 followed by LLO stimulation led to increased caspase-1 activation, 

enhanced post-translational maturation of IL-1β and IL-18 and elevated pyroptosis, a 

form of cell death associated with inflammation. Furthermore, treatment of macrophages 

with LLOW492A, which lacks hemolytic activity due to a tryptophan to alanine substitution 

in the undecapeptide motif, indicates the importance of functional LLO for NSD1 

regulation of the NLRP3 inflammasome. Taken together, our results indicate that plant 

NLRs may be used as a platform for gene discovery in mammalian NLR signaling, and 

NSD1 modulates an immune response against L. monocytogenes LLO. 
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4.2 Introduction 

The inflammasome is a critical component of the innate immune system that 

provides immediate protection against an infectious insult or cellular damage [135]. The 

canonical protein scaffold is formed by NLRs or AIM2, ASC and caspase-1. 

Inflammasome activation leads to the release of IL-1β and IL-18 and occurs as a two-tier 

system [111]. The first signal (priming) involves the activation of the NF-κB pathway, 

which induces the transcription and translation of pro-inflammatory cytokines and other 

genes. Following this, inflammasome activation results in the maturation of IL-1β and 

IL-18 by the enzyme caspase-1 [102,285]. Compared to the classical NLRC4, NLRP1 

and AIM2 inflammasomes [286], NLRP3 is uniquely activated by innumerable 

stimulants, ranging from danger signals to bacterial structures and pore-forming toxins 

[221]. 

Owing to the importance of inflammasomes in immune recognition and response 

to pathogen infection, numerous groups have examined their activity during exposure to 

the model pathogen Listeria monocytogenes [146,287–289]. Initially studied for its 

ability to escape vacuoles as a means to promote its dissemination, it has been shown that 

AIM2, NLRC4, NLRP7 and NLRP3 inflammasomes can recognize L. monocytogenes 

[56,149]. The intracellular role of the virulence factor listeriolysin O (LLO), encoded by 

the gene hly, has also been well characterized in terms of phagosomal evasion; however, 

its extracellular activities remain mostly unclear [290]. Though several studies have 

confirmed that LLO activity is sensitive to an acidic pH, a fraction of LLO is functional 

at the neutral pH found in the extracellular space [291]. Outside the cell, LLO has 
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demonstrated its role in the initiation of bacterium internalization and autophagy, as well 

as its ability to manipulate histone and post-translational modifications [290].  It was also 

recently revealed that potassium (K+) efflux induced by pores formed by external LLO 

activates caspase-1[292]. Nonetheless, the components of this pathway continue to be 

elusive.  

I drew upon the similarities between plant and mammalian pathogen-sensing 

systems to address the void in our knowledge regarding the connection between 

extracellular LLO and inflammasome activity. NLRs are functionally conserved between 

plants and mammals and they contain the characteristic nucleotide-binding leucine-rich 

repeat domains. Previously, it was demonstrated that the Arabidopsis protein enhanced 

downy mildew 2 (EDM2) regulates a NLR gene named Recognition of Peronospora 

Parasitica 7 (RPP7) during oomycete infection in plants [293]. EDM2 shares similarity 

with the nuclear receptor-binding SET domain protein 1 (NSD1) in mice and 

humans[293].  NSD1 plays a role in several pathologies, including but not limited to: 

Sotos and Weaver syndromes, acute myeloid leukemia, breast cancer, neuroblastoma and 

glioblastoma formation [294–298]. NSD1 haploinsufficiency, hypermethylation, and 

fusion with NUP98 are associated with these diseases. NSD1 was described as a cofactor 

that interacts with nuclear receptors, acting both as a co-activator or co-repressor 

depending on the presence or absence of a ligand [299,300]. NSD1 can also alter 

transcription by interacting with the protein NSD1-interacting zinc finger protein 1 

(NIZP1) [301] and may act as a methytransferase that preferentially methylates histone 3 

and 4 on lysines 36 and 20, respectively[302,303]. 

69 
 



 

 In this study, I examined the relationship between NSD1 and the NLRP3 

inflammasome during extracellular exposure to the cholesterol-dependent cytolysin LLO. 

Here, I show that the NSD1 regulation of caspase-1 activation during LLO stimulation of 

macrophages does not influence NF-κB signaling, chromatin dynamics or transcription 

and translation of inflammasome genes. NSD1 affects the maturation of caspase-1, which 

in turn modulates IL-1β, IL-18 secretion and a specialized form of cell death referred to 

as pyroptosis. 

 

4.3 Materials and methods 

Bioinformatics 

  Amino acid sequences of PHD fingers were analyzed using ClustalW 

(http://www.ebi.ac.uk/Tools/msa/clustalw2/) [304]. Protein schematic was obtained from 

SMART: Simple Modular Architecture Research Tool (http://smart.embl-heidelberg.de/) 

[305].  Nucleosome prediction for primer design was done using the NuPoP: Nucleosome 

Positioning Prediction Engine (http://nucleosome.stats.northwestern.edu/) [306]. 

Prediction of methylated lysines was performed using MeMo: Methylation Modification 

Prediction Server 2.0 (http://www.bioinfo.tsinghua.edu.cn/~tigerchen/memo.html) [307]. 

The caspase-1 gene map was created using Ensembl (http://uswest.ensembl 

.org/index.html) [308]. 
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Ethics statement 

All animal breeding and experiments were performed in strict compliance with 

guidelines set forth by the National Institutes of Health (Office of Laboratory Animal 

Welfare (OLAW) - Assurance number A3439-01). All animal and biosafety procedures 

were approved by the Institutional Animal Care and Use (IACUC number: A-

20110030BE) and Biological Use Authorization (BUA number: 20120020) Committees 

at the University of California, Riverside. C57BL/6 mice were purchased from Jackson 

Laboratories. Nlrp3-/- and Nlrc4-/- mice were obtained from Millennium Pharmaceuticals. 

 

Cell culture generation 

I used male mice 12-20 weeks of age. Bone marrow-derived macrophages 

(BMDMs) were generated as previously described with minor modifications [266]. 

Briefly, femurs and tibias were removed from C57BL/6, Nlrp3-/- and Nlrc4-/- mice and 

kept in phosphate buffered saline (PBS) + 1% Penicillin-Streptomycin-Amphotericin 

(PSA) (ThermoScientific). Muscle was removed from femurs and tibias using scissors 

and razor blades. The ends were cut and marrow was flushed from the bone using cold 

Dulbecco's Modified Eagle Medium (DMEM) (Invitrogen) with a 27 gauge needle. 

BMDMs were grown on 10 cm petri dishes in 10 ml of DMEM media supplemented with 

10% fetal calf serum (FCS) (Invitrogen), 30% L929 cell conditioning medium, and 1% 

PSA. BMDMs were grown in a humidified incubator at 37°C with 5% CO2 for 6 days 

prior to stimulation. On the 3rd day, 10 ml of DMEM + 10 % FCS + 30% L929 cell 

conditioning medium + 1% PSA was added to each dish. BMDMs were plated on 24-
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well culture plates at 1 x 106 cells per well, unless otherwise stated, in 500 μl of DMEM 

+ 10% FCS + 1% PSA. 

 

Macrophage silencing, stimulation and infection   

Nsd1 was silenced with 100 nM of Ambion Silencer Negative Control siRNA #1 

(Ambion AM 4635) or Ambion Silencer Pre-designed siRNA for Nsd1 (Ambion AM 

16706) using a 1:1 ratio of siRNA to Lipofectamine 2000 (Invitrogen). 48 hours after 

siRNA transfections, BMDMs were primed with 0.1 μg/ml of LPS (Invivogen) for 2 

hours.  BMDMs were stimulated with 500 ng/ml or 8 µg/ml of LLO for 30 minutes or 1 

hour, respectively. Treatment with 500 μg/ml of Imject alum (Thermo Scientific) or 10 

μM of nigericin (Sigma) was done for 6 hours. Stationary phase Pseudomonas 

aeruginosa PAO1 was used to infect BMDMs at a multiplicity of infection (MOI) of 50 

for 1 hour. Wild-type (WT) (10403S), Δhly (DP-L2161), and L. pneumophila flagellin 

(L.p. FlaA) (DP-L5964) expressed by L. monocytogenes were grown in BD Bioscience 

Bacto Brain Heart Infusion media overnight at 30°C while kept stationary. Absorbance at 

OD 595 nm was measured and values between 1.2-1.4 were used. Cultures were diluted 

(1:10) with sterile PBS (Thermo). BMDMs were infected using MOI 10. 30 minutes after 

infection, media was replaced with 50 μg/ml Gentamicin/Amphotericin B (Cascade 

Biologics) + DMEM. 
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Recombinant LLO and LLOW492A expression 

E. coli strain BL21 (DE3) carrying plasmid pET29:6xHis-LLO or pET29b-LLO 

W492A-His6 was used to express recombinant LLO and LLOW492A, respectively.  

Expression and purification was done as described with minor modifications [309]. E. 

coli was grown with agitation, at 37°C overnight, in 10 ml of LB broth (Teknova) 

supplemented with 50 μg/ml of kanamycin (Sigma). The following day, 100 ml of Luria 

Bertani (LB) broth was added and 50 μg/ml of kanamycin was supplemented. Expression 

was induced by isopropyl-β-D-thiogalactopyranoside (IPTG) from Sigma.  Cultures 

continued to grow at 30°C for 18 hours with agitation.  E. coli was pelleted (4,000 x g, 15 

minutes, 4°C). The pellet was resuspended in 1 ml of lysis buffer (50 mM Na2HPO4, 300 

mM NaCl, 1 mM phenylmethylsulfonyl fluoride (PMSF), 10 mM imidazole). The 

pelleted expression culture was sonicated 4 times (20% power, 15 second pulses, 1 

minute rests on ice) (VWR Scientific Branson Sonifier 450). Purification was done using 

a Qiagen Ni-NTA spin column.  Purification was done as recommended by Qiagen.  

Lysates were centrifuged in columns for 5 minutes at 270 x g.  Spin columns were 

washed with wash buffer (50 mM Na2HPO4, 300 mM NaCl, 1 mM PMSF, 20 mM 

imidazole). A 16% glycerol wash (16% glycerol and wash buffer) and a high NaCl wash 

(700 mM NaCl and wash buffer) were performed.  A rinse with wash buffer was done 

after each wash. Proteins were eluted twice into an elution buffer (0.136 g of imidazole 

and wash buffer). All washes and elution were centrifuged at 700 x g for 2 minutes at 

4°C.  Eluate was concentrated with Millipore Amicon Ultra 3000 MWCO filter unit.  

Recombinant LLO was kept at -80°C in a storage buffer (10 mM 4-(2-hydroxyethyl)-1-
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piperazineethanesulfonic acid (HEPES), 140 mM NaCl, 1 mM 

ethylenediaminetetraacetic acid (EDTA)). Several batches of recombinant LLO were 

expressed and purified.  Variability between lots resulted in the adjustment of 

concentrations used.  

 

Immunofluorescence microscopy 

BMDMs were cultured as described above.  2x106 cells were grown on 18 mm 

glass coverslips in 6 well plates. Cells were stimulated with tumor necrosis factor (TNF)-

α (50 ng/ml) and LLO (500 ng/ml). Cells were washed twice with PBS and fixed with 

methanol. A 1:200 dilution of a custom made NSD1 antibody (Fisher Scientific) was 

used. Coverslips were incubated in the primary antibody for 1 hour at room temperature. 

Slips were washed and incubated in an anti-rabbit fluorescence-conjugated secondary 

antibody (Millipore) at room temperature for 30 minutes.  Slips were mounted onto a 

slide using Vectashield mounting media with 4',6-diamidino-2-phenylindole (DAPI). 

Confocal microscopy was done with a Leica SP2. Original magnification was 63x with 

an enlargement of 4x. 

 

Quantitative real-time RT-PCR (qPCR) 

RNA extraction was done with TRIzol (Invitrogen). First strand cDNA was 

synthesized using Verso cDNA kit purchased from Thermo Scientific. qPCR was done 

with iQ SYBR Green Supermix, on either a Bio-Rad iQ5 or MyiQ real-time PCR 

detection system, and data was processed by iQ5 software from Bio-Rad. Data was 
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analyzed by the ΔΔCT
 method [310]. β-actin was used as the normalizing control. Primer 

sequences were as follows: for β-actin-F (5’-CGCATCCTCTTCCTCCCT-3’) and β-

actin-R (5’-TGGAATCCTGTGGCATCC-3’); caspase-1 a-F (5’-

CAACCATTCCTTGGTCCACT-3’) and caspase-1 a-R (5’-

ATTGATGTGGGGGAAAGGTT-3’); caspase-1 b-F (5’-

TACCTGGCAGGAATTCTGGA-3’) and caspase-1 b-R (5’-

GCAGAGCCACAGACACAAAA-3’); caspase-1 c-F (5’-

CCTACCAGCATTTCAGGCATA-3) and caspase-1 c-R (5’-

TGTTGGCTGTAGGTGTGGAA-3’); Nlrp3 (a)- F (5’-

TTATGTTGGACTGGGCACTG-3’) and Nlrp3 (a)-R (5’-

ATCAAAGCCATCCATGAGGA-3’); Nlrp3 (b)-F (5’-CCCCATTACCTAACCCCATC-

3’) and Nlrp3 (b)-R (5’-GGAAATTCTGATGTACCTG AACAC-3’); Asc-F (5’-

TGTCAGGGGATGAACTCAAA-3’) and Asc-R (5’-CAGCTCCTG TAAGCCCATGT-

3’); Nsd1-F (5’-ACCTGACAGAGCCTCTCCAA-3’) and Nsd1-R (5’-

GCTGGAGTTTTCTCCACTGC-3’); caspase-11- F (5’- 

ACGATGTGGTGGTGAAAGAGGAGC- 3’) and caspase-11- R (5’- 

TGTCTCGGTAGGACAAGTGATGTGG-3’). β-actin, Asc, Nlrp3 (a), Nsd1, and 

caspase-1 c primers were used for qPCR. All caspase-1 primers and Nlrp3 (b) were used 

for chromatin immunoprecipitation (ChIP)-qPCR. Primers were designed using Life 

Technologies OligoPerfect Designer (http://tools.invitrogen.com). 
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Enzyme-linked immunosorbent assay (ELISA) 

ELISAs were performed for the detection of IL-1β, IL-18, and IL-6 using BD 

OptEIA kits from BD Biosciences. Supernatants used were collected from cells cultured 

and stimulated in all experiments. Absorbance was measured using Bio-Rad iMark at 450 

nm with a 595 nm correction. 

 

Immunoblotting   

Total cell lysates from 24 well plates cultured and stimulated, as described 

previously, were extracted using RIPA lysis buffer (Boston Bioproducts) with Complete 

Mini Protease Inhibitor Cocktail and PhosSTOP, both from Roche Applied Science.  

Protein concentration was determined via the Bradford protein assay method, using 

protein assay dye reagent concentrate and iMark reader, both from Bio-Rad. Either an 8% 

or 15% SDS polyacrylamide gel was made and ran at 200 volts for 1 hour. Transfer was 

done in wet conditions with polyvinylidene fluoride (PVDF) membranes for 60-90 

minutes at 100 volts.  Membranes were blocked in 5% non-fat dry milk (LabScientific, 

Inc.). Western blot antibodies for NSD1 (Santa Cruz and Custom made Fisher Scientific) 

(1:500 and 1:625), β-actin (Neomarker-Thermo Scientific) (1:500 and 1:1000), caspase-1 

(Millipore ) (1:500), lamin B1 (Abcam ) (1:100), p-IκB-α (Cell Signaling) (1:250), 

NLRP3 (Abcam) (1:500), ASC (Enzo) (1:250), pro-IL-1β (R&D) (1:1000) and caspase-

11 (Sigma) (1:500).  Enhanced chemiluminescence (ECL) western blotting substrate and 

super signal West Pico Chemiluminescent substrate were used to image the blots (Pierce 

Thermo Scientific).  
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Nuclear protein extraction 

5x106 BMDMs were silenced and stimulated as indicated above. Nuclear protein 

was extracted using the G-Biosciences: Nuclear and Cytoplasmic Extraction Kit 

(Catalog# 786-182).  The protocol was scaled down appropriately and extraction was 

done according to the protocol provided.  Complete Mini Protease Inhibitor Cocktail 

(Roche Applied Science) was used. 

 

Transcription and degradation inhibition 

Transcription and degradation inhibition was done as previously described [67].  

Inhibition of transcription was accomplished using 5 μg/ml of actinomycin D (Sigma-

Aldrich).  Proteasomal degradation inhibition was done using 1 μM of the reversible 

proteasome inhibitor MG-132 (Calbiochem).     

 

Fluorescent labeled inhibitor of caspases (FLICA) 

Cells were cultured and stimulated as stated above. Green FLICA Caspase-1 

Assay Kit (Catalog #98) was from Immunochemistry and the provided protocol was 

used. Cell counting was done with BD Biosciences FACSCanto Flow Cytometer. Data 

was processed using BD FACSDiva Software (BD Biosciences).  

 

ChIP assay  

BMDMs (45x106) were seeded onto a 15 cm dish. Cells were silenced and primed 

as previously described. Cells were stimulated with 8 μg/ml of recombinant LLO. After 1 
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hour of stimulation, the Active Motif ChIP-IT Express kit (Catalog# 53008) was used to 

prepare chromatin.  Briefly, cells were fixed with a fixation solution (37% Sigma 

formaldehyde and DMEM).  Fixation was stopped with a glycine stop-fix solution. Cells 

were dounced on ice with 20 strokes of rod A and 20 strokes of rod B prior to sonication. 

The cell lysate was sonicated (Fisher Scientific Sonic Dismembrator Model 100) with 5 

pulses at power 6 for 15 seconds in 700 μl of shearing buffer. DNA was cleaned up, as 

suggested, in order to assess shearing efficiency.  3 μg of NSD1 (Custom made Fisher 

Scientific), histone 3 (H3), histone 3 lysine 36 dimethylation (H3K36me2), histone 3 

lysine 36 trimethylation (H3K36me3) and the negative control goat anti-rabbit HRP 

antibodies (all from Abcam) were used per ChIP. Reactions were incubated at 4°C for 4 

hours. Magnetic bead-antibody complexes were washed twice in 800 μl of ChIP Buffer 1 

and three times with 800 μl of ChIP Buffer 2.  After chromatin elution, reverse cross-

linking and protein degradation was done. The Qiaquick PCR Purification kit from 

Qiagen (Catalog# 28104) was used to purify samples. qPCR was used to analyze 

enrichment as stated above. Fold change and standard errors were determined using the 

following ΔΔCT protocol: http://www.protocol-online.org/biology-

forums/posts/29733.html. 

 

Hemolytic assay 

 10% sheep red blood cells (RBC) were obtained from Lampire Biological 

Laboratory. A suspension of 0.2% RBC was made by washing RBC three times by 

centrifuging the suspension at 1500 rpm for 15 minutes at 4°C. 1% Triton X was used as 
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a positive control and PBS was used as a negative control. A serial dilution of the toxin 

was created, added to the RBC and incubated for 5 minutes on ice.  Samples were then 

incubated for 30 minutes at 37°C and the absorbance was measured at 450 nm. 

  

LDH assay 

1x106 BMDMs (WT or Nlrp3-/-) were transfected with control silencer or Nsd1 

siRNA.  BMDMs were primed and untreated or treated with 8 μg/ml WT LLO or 

LLOW492A for 1 hour.  Medium alone was used as the negative control and 1% Triton-X 

was used as the positive control.  Supernatant from controls and samples were reserved 

for the assay. Percent of LDH release was assayed using the Takara LDH cytotoxicity 

detection kit.  Assay was conducted as recommended. Absorbance was measured using 

Bio-Rad iMark at 450 nm. 

 

Statistical analysis 

All graphs were generated in GraphPad Prism 5 and P values were calculated 

using Student’s t test.   P < 0.05 was considered statistically significant. 

 

4.4 Results 

LLO stimulation of macrophages upregulates NSD1 

  Since L. monocytogenes LLO is important for bacterial virulence [304,305] and 

LLO extracellular activities remain mostly unclear [290,311], I decided to investigate 

how host signaling recognizes this bacterial toxin. Owing to the conservation of NLR  
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pathways in plants and mammals, I drew upon the similarities between these two 

eukaryotic kingdoms for our study.  Previously, EDM2 in Arabidopsis was identified as a 

regulator of RPP7, a NLR that mediates recognition of a plant pathogen [293].  EDM2 

 
 
Figure 4.1: Nsd1 is upregulated during LLO stimulation of macrophages.  
 
(A) Displayed peptide stretches are directly adjacent to each other and cover two repeated PHD finger 
units. Consensus sequences of both PHD finger units based on similarities between Arabidopsis (At) 
EDM2 and NSD1 in mice (Mm) and humans (Hs). Cys or His residues of the conserved zinc 
coordinating C4HC3 pattern of PHD fingers are highlighted in grey. The last C of the C-terminal PHD 
finger unit is replaced by H in EDM2/NSD1-type proteins. Other residues conserved between EDM2 
and NSD1 are highlighted in yellow. (B) PHD fingers from EDM2 and NSD1 are shown in red. 
Methyltransferase domains in EDM2 (ELP) and NSD1 (SET) are shown in green and purple, 
respectively. A proline rich region in both NSD1 and EDM2 is shown in blue.  (C) BMDMs (1x106) 
from C57BL/6 mice were stimulated with (C, left) LLO (500 ng/ml) (n=4) for 30 minutes and alum 
(500 μg/ml) (n=4) for 6 hours and (C, right) P. aeruginosa (MOI 50) (n=6) for 1 hour.  Nsd1 
transcription was evaluated by qPCR and analyzed by the ΔΔCT method. β-actin was used as a 
normalizing control.  Student’s t test; (*) P < 0.05 compared to (-) non-stimulated cells. NS – not 
significant. (D) Confocal microscopy of BMDMs from C57BL/6 mice untreated or treated with TNF-α 
(100 ng/ml) or LLO (500 ng/ml). BMDMs were stained with DAPI (blue) and anti-NSD1 (red).  
Original magnification 63x with an enlargement of 4x. Scale bar = 10 μm.  Experiments were repeated 
at least three times. 
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bears similarity to the mammalian protein NSD1 (Figure 4.1A and B).  An in silico 

analysis of EDM2 and NSD1 revealed that they possess PHD finger domains that have 

many conserved residues (Figure 4.1A). PHD fingers are involved in nuclear protein-

protein interaction. Typically, zinc coordinating sites within PHD fingers carry a featured  

C4HC3 pattern [312,313]. The EDM2 and NSD1 C-terminal PHD finger units are 

characterized by a conserved C4HC2H structure (Figure 4.1A). In addition to the PHD 

fingers, EDM2 and NSD1 share other domains, such as a C-terminal proline-rich region 

which is thought to play a role in protein-protein interactions and/or transcriptional 

activation (Figure 4.1B) [314]. Furthermore, while NSD1 bears a Su(Var)3-9, Enhancer-

of-zeste, Trithorax (SET) methyltransferase domain, EDM2 features an EDM2-like 

protein (ELP) domain which is likely to have methyltransferase activity [293,315].  

I then proceeded to establish a relationship between NSD1 and caspase-1 

activation, since it is known that EDM2 plays a role in mediating the activities of an 

Arabidopsis NLR-containing protein named RPP7 [293] and LLO is recognized by the 

NLRP3 inflammasome [146] .  I stimulated BMDMs with LLO, alum, and P. aeruginosa, 

which are agonists for the NLRP3 and the NLRC4 inflammasomes, and evaluated 

transcription levels of Nsd1 by qPCR. I noticed an increase in Nsd1 transcript levels 

when cells were exposed to LLO, an NLRP3 stimulant that induces inflammasome 

activation via K+ efflux [292] (Figure 4.1C, left). This effect was not apparent with alum, 

a particulate agonist of the NLRP3 inflammasome that stimulates caspase-1 via 

lysosomal disruption and cathepsin B release [234] (Figure 4.1C, left). Similarly, I did 

not detect an effect on Nsd1 transcription during macrophage stimulation with P. 
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aeruginosa, a NLRC4 agonist [234] (Figure 4.1C, right). I then used confocal 

microscopy to elucidate the impact of LLO on NSD1 protein levels. Similar to our results 

observed with Nsd1 transcription, the levels of NSD1 also increased with TNF-α, a 

positive control, and LLO treatment compared to untreated cells (Figure 4.1D). With 

these experiments, I concluded that Nsd1 expression increases when mouse macrophages 

are exposed to the NLRP3 agonist LLO. 

 

LLO activates the NLRP3 inflammasome and promotes IL-1β secretion 

 LLO is known for its key cytolysin feature [316]. It possesses efficient hemolytic 

abilities (Figure 4.2A). Cellular lysis is frequently linked with cell death and here I 

observed that LLO induces macrophage cell death [317] (Figure 4.2B). Moreover, 

recombinant LLO is a clear inducer of IL-1β secretion (Figure 4.2C). To examine the 

effect of L. monocytogenes-derived LLO on IL-1β secretion and inflammasome activity 

in macrophages, I infected bone marrow-derived macrophages (BMDMs) with WT and a 

L. monocytogenes strain lacking the virulence factor LLO (here described as Δhly L. 

monocytogenes) [56]. As a positive control, I used a genetically engineered strain of L. 

monocytogenes that expresses Legionella pneumophila flagellin (L.p. FlaA), a strong 

inducer of the NLRC4 inflammasome [318]. In the absence of priming, minimal levels of 

IL-1β were secreted by WT, Nlrp3-/- and Nlrc4-/- macrophages during infection with WT 

and Δhly L. monocytogenes (Figure 4.2D and F).  However, unprimed WT macrophages 

stimulated with the L.p. FlaA strain were able to secrete moderate levels of IL-1β, most 

likely due to the effects of flagellin on TLR5 and NLRC4 recognition.  Although 
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TLR5 and NLRC4 both recognize flagellin, TLR5 distinctly identifies the D1 region of 

flagellin on the cell surface [319], while NLRC4 detects the C-terminus of the D0 region 

of this bacterial component intracellularly [81,234]. Hence, L. pneumophila flagellin may 

 
 
Figure 4.2: Listeriolysin O is recognized by the NLRP3 inflammasome.  
 
1x106 BMDMs were primed with LPS (100 ng/ml) for 2 hours. BMDMs were treated with 
recombinant LLO (8 μg/ml for hemolysis and LDH or 500 ng/ml for IL-1β) or infected with the L. 
monocytogenes WT, Δhly, or L.p.FlaA strains MOI 10 for 6 hours after gentamicin (50 μg/ml) 
medium replacement at 30 minutes. (A) Hemolysis, (B) LDH, and (C) IL-1β were measured for 
recombinant LLO.  (D and F) IL-1β secretion by WT (n=4), Nlrp3-/- (n=4) and Nlrc4 -/- macrophages 
(n=4) was analyzed by ELISA.  (E and G) Stimulation was repeated, as previously stated, without 
priming and IL-6 secretion by WT (n=4), Nlrp3-/- (n=4) and Nlrc4 -/- macrophages (n=4) was 
determined. Student’s t test; (*) P <0.05, WT compared to either unprimed or knockout.  NS – not 
significant.  Experiments were repeated at least twice. 
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act to prime the production of immature IL-1β via TLR5 and induce maturation via 

caspase-1 activation.   

After priming, WT macrophages secreted IL-1β during WT L. monocytogenes 

infection and, more so, with the L.p. FlaA strain (Figure 4.2D and F). Confirming 

functionality, Nlrc4-/- macrophages demonstrated a deficiency in IL-1β secretion when 

infected with the L.p. FlaA strain (Figure 4.2F).  Even though less pronounced, Nlrc4-/- 

macrophages also secreted lower levels of IL-1β during infection with WT L. 

monocytogenes, most likely due to the lack of endogenous L. monocytogenes flagellin 

recognition by NLRC4. In all instances, treatment with L. monocytogenes lacking hly, the 

gene that codes for LLO, resulted in negligible amounts of IL-1β secretion (Figure 4.2D 

and F). When contrasting primed WT and Nlrp3-/- macrophages, I observed a statistically 

significant decrease in IL-1β secretion in cells exposed to WT but not the L.p. FlaA strain 

(Figure 4.2D). The decrease in IL-1β secretion from Nlrp3-/- cells treated with the WT L. 

monocytogenes strain could potentially be due to the absence of LLO detection by 

NLRP3.  

 IL-6 was measured to determine the effect of Nlrp3 or Nlrc4 deficiency on 

caspase-1 independent signaling pathways. WT and L.p. FlaA L. monocytogenes elicited 

IL-6 from WT macrophages, whereas L. monocytogenes Δhly was unable to induce IL-6 

secretion (Figure 4.2E and G). The absence of Nlrc4 or Nlrp3 did not affect IL-6 

secretion by macrophages during stimulation with WT L. monocytogenes. On the other 

hand, Nlrp3-/- macrophages slightly altered IL-6 levels after infection with the L.p. FlaA 

strain (Figure 4.2E). It is unclear why IL-6 levels were moderately affected by the L.p. 
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FlaA strain in Nlrp3-/- macrophages. However, it has been shown that IL-6 signaling may 

be affected by IL-1β secretion downstream of caspase-1-dependent signaling pathways 

[320,321] . Taken together, our results suggest that: (1) WT L. monocytogenes elicits low 

levels of IL-1β secretion; and (2) flagellin and LLO are seemingly important for NLRC4 

and NLRP3 recognition in mouse macrophages. 

 

NSD1 restricts NLRP3 inflammasome-mediated cytokine secretion during LLO 

stimulation of macrophages 

Due to the embryonic lethality of Nsd1 knockout mice [303] , I used siRNA-

mediated silencing to study the effects of NSD1 on innate immunity. I tested both 50 and 

100 nM of siRNA in our experimental design and discovered that these concentrations 

resulted in substantial reduction of Nsd1 expression in BMDMs at 48 hours post-

transfection (Figure 4.3A, left).  This decrease was confirmed by immunoblotting, which 

revealed a 50% decrease of NSD1 in the cells given Nsd1 siRNA (Figure 4.3A, right). 

IL-1β and IL-18 were analyzed to determine if NSD1 influences the maturation of these 

pro-inflammatory cytokines (Figure 4.3B-C). Secretion of IL-1β and IL-18 increased 

with Nsd1 reduction and LLO stimulation of macrophages. This effect seemed specific 

for LLO because alum, another NLRP3 inflammasome stimulant, did not affect IL-1β 

release when NSD1 was silenced in macrophages (Figure 4.3B). Furthermore, I observed 

that NLRP3 is crucial during LLO stimulation because Nlrp3-/- macrophages exhibited 

abolishment of IL-1β secretion (Figure 4.3D). As a negative control, NLRC4-mediated 

IL-1β secretion was measured and observed to be unaffected when P. aeruginosa was 
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used to activate the inflammasome in the presence of normal and reduced levels of NSD1 

(Figure 4.3E).  Taken together, our findings suggest the specificity of NSD1 regulation of 

the NLRP3 inflammasome in the presence of LLO.     

 

 

 

 

 
 
Figure 4.3: NSD1 inhibits LLO-mediated secretion of IL-1β and IL-18 by macrophages.  
 
(A, left) 50 and 100 nM of Nsd1 siRNA successfully reduced Nsd1 transcription at 48 hours (n=6). (A, 
right) 100 nM of Nsd1 or control silencer siRNA was transfected into BMDMs (1x106) by using 
Lipofectamine 2000.  Cell lysate was immunoblotted for NSD1. β-actin was used to verify equal 
loading.  1x106 BMDMs were primed with LPS (100 ng/ml) and treated with control silencer or Nsd1 
siRNA.  Also, BMDMs were untreated or stimulated with LLO (500 ng/ml) for 30 minutes. (B) IL-1β 
(n=6) and (C) IL-18 (n=6) were measured by ELISA after NLRP3 (500 ng/ml LLO or 500 µg/ml alum) 
stimulation.  (D) After priming with LPS and stimulation with 8 μg/ml recombinant LLO,  IL-1β levels 
secreted by BMDMs from WT (n=3) and Nlrp3-/- (n=4) mice were measured by ELISA.  (E) IL-1β was 
measured by ELISA after NLRC4 stimulation (P. aeruginosa MOI 50) (n=4). Student’s t test; (*) P < 
.05 compared to cells transfected with control siRNA.  NS – not significant. Experiments were repeated 
at least twice.       
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NSD1 does not affect NF-κB signaling in response to LLO stimulation of 

macrophages 

 Since the NF-κB pathway regulates transcription of inflammatory genes [322] and 

LLO stimulates the NLRP3 inflammasome [289], I measured the amount of IL-6 for LPS 

and LLO treated cells after siRNA transfection. Diminished levels of NSD1 did not 

influence the secretion of LPS-induced IL-6 secretion from macrophages (Figure 4.4A). 

A negligible amount of IL-6 was released from LLO-stimulated cells (data not shown).  

 

Further analysis, using a time course experiment visualizing p-IκB-α, a read-out for NF- 

κB activation [43], showed similar levels of NF-κB activation in non-silenced and Nsd1 

silenced cells given LLO (Figure 4.4B). In both treatments, phosphorylation of IκB-α 

initiated 10 minutes after stimulation with LLO and returned to pre-treatment levels after 

45 minutes. Further confirming that NSD1 regulatory activity is independent of signal 1, 

 
 
Figure 4.4: NSD1 does not affect the NF-κB signaling pathway in macrophages.  
 
1x106 BMDMs were transfected with control silencer or Nsd1 siRNA. After 48 hours, BMDMs were 
untreated (-) or treated overnight with LPS (500 ng/ml). (A) IL-6 was measured by ELISA (n=8). 
Student’s t-test; (*) P < 0.05 compared to cells given control siRNA. NS – not significant. (B) BMDMs 
(1x106) were untreated or stimulated with LLO (500 ng/ml).  Cell lysates were collected at the indicated 
time points.  Immunoblotting was performed to determine levels of p-IκB-α.  β-actin was used to 
determine equivalent loading.  (C) 1x106 BMDMs were primed with LPS (100 ng/ml) and treated with 
control silencer or Nsd1 siRNA.  Also, BMDMs were untreated or stimulated with LLO (500 ng/ml) for 
30 minutes. Cell lysates were immunoblotted for pro-IL-1β.  β-actin was used to determine equal 
loading.  Experiments were repeated at least twice.   
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pro-IL-1β was measured by western blot. After LPS priming, pro-IL-1β levels remained 

relatively constant in silenced and non-silenced cells (Figure 4.4C). These results 

suggested that the NSD1 role during LLO stimulation of macrophages was independent 

of the NF-κB pathway.   

 

NSD1 does not restrict NLRP3 inflammasome activation at the chromatin level 

 Earlier work demonstrated the ability of NSD1 to act as a histone 

methyltransferase [323]  and has indicated that NSD1 targets the 5’ end of genes [303].  

Therefore, I investigated whether any NSD1-mediated chromatin modifications were 

associated with NLRP3 inflammasome regulation during LLO stimulation of 

macrophages. First, I used a prediction engine named NuPoP to determine nucleosome 

positioning in the NLRP3 inflammasome genes. I then silenced Nsd1 and observed, by 

western blot, a 50% reduction of nuclear NSD1 during LLO stimulation of macrophages 

(Figure 4.5A). Utilizing chromatin immunoprecipitation (ChIP), I observed that areas 

corresponding to the region -1000 bp to +2000 bp from the transcription start site (TSS) 

of caspase-1 were not differentially occupied by NSD1 during stimulation with LLO 

(Figure 4.5B-C). Initially, our experiments included the analysis of the TSS; however, 

NSD1 binding at the +1 site was highly variable and could not be represented.  Physical 

association of NSD1 with Nlrp3 and Asc was also quantified and did not show 

enrichment after treatment with LLO in Nsd1-silenced versus non-silenced cells (Figure 

4.5C, data not shown).   
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Figure 4.5: NSD1 does not impart chromatin modifications at the 5’ end of caspase-1.  
 
BMDMs (5x106) were transfected with 100 mM of Nsd1 or control silencer siRNA using 
Lipofectamine 2000 (n=6).  Following 48 hours, BMDMs were primed with LPS (100 ng/ml) for 2 
hours and treated with 8 µg/ml of LLO for 1 hour.  Nuclear proteins were isolated from whole cell 
lysates and an (A) immunoblot was performed for NSD1. Lamin B1 was used to determine equal 
loading.  BMDMs (45 x106) were treated as previously described in (A). (B) Regions of caspase-1 
which were analyzed are as follows: (a) -1000 bp upstream of the transcription start site (TSS), (b) 
+1000 bp downstream of the TSS, and (c) +2000 bp downstream of the TSS.  Boxes indicate exons. (C) 
ChIP was performed for NSD1 followed by qPCR for the indicated regions of caspase-1 and Nlrp3. 
Nlrp3 was measured as a negative control. ChIP-qPCR data is represented as mean + SE. A graph was 
chosen to be representative of two experiments. Additionally, BMDMs (45 x106) were transfected with 
100 mM of Nsd1 or control silencer siRNA using Lipofectamine 2000.  Following 48 hours, BMDMs 
were primed with LPS (100 ng/ml) for 2 hours and treated with 8 µg/ml of LLO for 1 hour.  H3K36me2 
was analyzed for each region of caspase-1 by ChIP-qPCR (n=2): (D, left) region a, (E) region b, and (F, 
left) region c.  H3K36me3 was also measured for (D, right) region a and (F, right) region c.  (G) 
H3K36me2 of Nlrp3 was determined as a negative control. ChIP-qPCR data is represented as mean + 
SE. Student’s t test; P < 0.05 compared to cells transfected with control siRNA. NS – not significant. 
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To further elaborate our findings, I investigated whether the histone marks 

associated with three regions previously analyzed (-1000 bp, +1000 bp, and +2000 bp 

from the caspase-1 TSS) would be altered upon stimulation. NSD1 regulates the 

methylation status of histone 3 lysine 36 (H3K36) and histone 4 lysine 20 (H4K20). 

However, increased specificity has been reported for H3K36[295,302,315].  Our 

experiments showed dimethylation (me2) and trimethylation (me3) of histone 3 lysine 36 

(H3K36) at sites along the caspase-1 locus (Figure 4.5D-F). Overall, a difference in 

enrichment between cells transfected with control or Nsd1 siRNA was not observed.  

Dimethylation of Nlrp3 was used as a negative control (Figure 4.5G). Trimethylation of 

the caspase-1 locus region b and Nlrp3 were not represented because of the lack of 

consensus between ChIP-qPCR experiments. Taken together, our observations support 

the findings that NSD1 does not regulate the NLRP3 inflammasome genes at the 

chromatin level.  

 

The NLRP3 inflammasome gene expression in macrophages was not influenced by 

NSD1 during stimulation with LLO 

I then examined the transcriptional and translational levels of NLRP3, ASC and 

caspase-1. I first used the transcription inhibitor actinomycin D to determine whether 

NSD1 affected the mRNA stability of Nlrp3 and Asc. Asc and Nlrp3 transcript levels 

were measured by qPCR after transfection with control and Nsd1 siRNA. The half-life of 

mRNA from both genes was found to be similar at approximately 2 hours (Figure 4.6A). 

Overall, the percentage of Asc and Nlrp3 mRNA remaining from silenced and non-
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silenced cells stayed consistent after the addition of the transcriptional inhibitor. 

Translation of ASC, NLRP3, and the effector enzyme precursor pro-caspase-1 was 

analyzed by immunoblot in the presence or absence of 1 μM of the proteasomal 

degradation inhibitor MG-132 (Figure 4.6B). At each time point, there were similar 

levels of ASC in the control and Nsd1 siRNA transfected cells when the proteasomal 

inhibitor MG-132 was used. However, moderate protein levels of ASC were observed 

when NSD1 was silenced and compared to control siRNA at 1 and 4 hours in the absence 

of MG-132. Next, I observed increased protein levels of NLRP3 for 6 hours. Neither 

Nsd1  silencing nor proteasomal degradation affected NLRP3 translation. Pro-caspase-1 

was also not affected by any conditions used in our analysis (Figure 4.6B).    

Asc, Nlrp3, and caspase-1 transcription and translation were also measured after 

stimulation with LLO. With the exception of a slight increase of Nlrp3 transcript levels 

and reduction in the caspase-1 transcript levels in the presence of LLO, Nlrp3, Asc and 

caspase-1 did not exhibit significant transcriptional changes regardless of the addition of 

Nsd1 siRNA (Figure 4.6C). Our observation with NSD1 silencing was supported by the 

analysis of ASC, NLRP3, and pro-caspase-1 proteins, which remained consistent despite 

treatment and Nsd1 reduction (Figure 4.6D). Overall, any potential effects of NSD1 on 

NLRP3 inflammasome genes were most likely not through transcription and translation. 
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LLO pore formation is necessary for NSD1 restriction of caspase-1 activation in 

macrophages 

 I was prompted to investigate the involvement of NSD1 in the mediation of LLO-

dependent NLRP3 inflammasome post-translational activity. An increase of active 

caspase-1 in macrophages treated with LLO relative to non-treated cells was detected 

(Figure 4.7A). Furthermore, post-translational activation of caspase-1 was enhanced with 

Nsd1 silencing in macrophages stimulated with LLO, as judged by flow cytometry 

 
 
Figure 4.6: Nsd1 silencing does not alter Asc, Nlrp3, and caspase-1 gene expression. 
 
BMDMs (1x106) were transfected with 100 nM of Nsd1 or control silencer siRNA using Lipofectamine 
2000. BMDMs (n=5) were treated with actinomycin D (5 μg/ml) followed by qPCR analysis of 
remaining mRNA for (A, left) Asc and (A, right) Nlrp3.  Dashed line indicates 50% of mRNA 
remaining.  (B) Silenced and non-silenced BMDMs were either untreated (-) or treated (+) with 1 μM of 
MG-132, a reversible proteasomal inhibitor.  ASC, NLRP3, and pro-caspase-1 levels were determined 
by immunoblotting. β-actin was used to confirm equal loading.  (C) 48 hours after silencing, BMDMs 
were stimulated with LLO (500 ng/ml) for 30 minutes (n=8).  (C, left) Asc, (C, center) Nlrp3, and (C, 
right) caspase-1 transcription was evaluated by qPCR.  qPCR was analyzed using the ΔΔCT method. 
Student’s t test; P < 0.05 compared to cells transfected with control siRNA.  NS – not significant. (D) 
Silenced and non-silenced BMDMs were either non-treated or stimulated with LLO (500 ng/ml) for 30 
minutes.  Immunoblot was performed for ASC, NLRP3, pro-caspase-1.  Equal loading was determined 
using β-actin. * – non-specific bands.  Experiments were repeated at least twice.      
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(Figure 4.7A). Recently, it was demonstrated that stimulation of macrophages with 

pathogenic bacteria, such as Citrobacter rodentium and Vibrio cholera, led to the 

activation of caspase-11 via TLR4-Toll/IL-1 receptor (TIR)-domain-containing adaptor 

inducing IFN-β (TRIF) signaling. This pathway then activates caspase-1 and enhances 

IL-1β secretion [113,114,324].  Arguing against the regulation of caspase-11 by NSD1, 

Kayagaki and collaborators have shown that caspase-1 activation in macrophages occurs 

independently of caspase-11 during LLO stimulation of macrophages [113]. Our data 

also supported this finding. The measurement of caspase-11 pre- or post-Nsd1 reduction 

did not reveal differential transcription in the presence or absence of LLO (Figure 4.7B,  

left). Correspondingly, differences in the caspase-11 protein were not observed despite 

stimulation with LLO (Figure 4.7B, right). To evaluate the importance of LLO pore 

formation on the NSD1 regulation of caspase-1, I compared caspase-1 activation during 

exposure to LLO and LLOW492A. This mutant lacks hemolytic activity due to a tryptophan 

to alanine substitution in the undecapeptide motif [325]. To assess the lytic activity of 

LLO and LLOW492A, hemolytic assays were performed (Figure 4.7C). There was a dose-

dependent increase in the percentage of lysis by LLO; a concentration as low as 8 ng/ml 

was able to promote membrane disruption. LLOW492A demonstrated complete abrogation 

of red blood cell lysis. Additionally, LLO has been shown to trigger cell death [292]. To 

elucidate the role of NSD1 in the regulation of pyroptosis (caspase-1 mediated cell 

death), LDH assays were performed after macrophage stimulation with LLO and 

LLOW492A (Figure 4.7D). Stimulation of WT macrophages with LLO and LLOW492A 

resulted in about 40% and 0% LDH release, respectively. After transfection of WT  
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Figure 4.7: NSD1 inhibits LLO-mediated caspase-1 activation and requires functional LLO for 
the regulation of IL-1β secretion.  
 
1x106 BMDMs were primed with LPS (100 ng/ml) and treated with control silencer or Nsd1 siRNA.  
Also, BMDMs were untreated or stimulated with LLO (500 ng/ml) for 30 minutes.  (A) Caspase-1 
activity in BMDMs (1x106) transfected with Nsd1 or control silencer siRNA was determined after LLO 
stimulation by flow cytometry using the fluorescent inhibitor probe FAM-YVAD-FMK (FLICA).  
Control cells are shown in gray, while cells treated with Nsd1 or control siRNA are shown in red and 
yellow, respectively. Additionally, silenced 1x106 BMDMs were primed with LPS (100 ng/ml) and 
were untreated or stimulated with LLO (8 μg/ml) for 1 hour. (B, left) RNA was collected and caspase-
11 transcription was analyzed by qPCR (n=4). (B, right) Protein was also harvested and pro-caspase-11 
translation was measured by immunoblot. β-actin was used to normalize for qPCR and determine equal 
loading for immunoblot. (C) Hemolytic assay was performed on sheep RBC using varying 
concentrations of recombinant WT LLO or LLOW492A.  (D-E) 1x106 WT BMDMs were primed with 
LPS (100 ng/ml) and treated with WT LLO or LLOW492A (8 μg/ml) for 1 hour. (D) LDH assay was 
performed to measure cell death induction after treatment.  (E) IL-1β levels secreted by BMDMs from 
WT (n=3) and Nlrp3-/- (n=4) mice were measured by ELISA.  (F) IL-1β was measured by ELISA after 
nigericin (10 μM) stimulation (n=4). Student’s t test; (*) P < .05 compared to cells transfected with 
control siRNA or knockout.  NS – not significant. Experiments were repeated at least twice.   
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macrophages with Nsd1 siRNA, supernatant LDH increased for WT LLO treated cells to 

80%. However, cells treated with LLOW492A still did not induce LDH release. This result 

implied that NSD1 plays a role in the inhibition of cell death during stimulation with 

functional LLO. In Nlrp3-/- macrophages, after control siRNA transfection, LLO released 

about 20% LDH, whereas the extracellular LDH level was about 30% for LLO-treated 

cells post-Nsd1 silencing (Figure 4.7D). In primed WT macrophages, LLO was able to 

induce IL-1β secretion after being transfected with control siRNA and levels of IL-1β 

increased after silencing with Nsd1 siRNA (Figure 4.7E). On the other hand, IL-1β 

secretion triggered by LLOW492A was not mediated by NSD1 in the same manner as WT 

LLO. IL-1β release when Nlrp3-/- macrophages were stimulated with LLO and LLOW492A 

was not observed (Figure 4.7E). Finally, Nsd1 silencing also affected IL-1β secretion 

during nigericin stimulation (Figure 4.7F). Nigericin is a molecule that is similar to LLO 

in that it can lead to pore formation in the plasma membrane of macrophages [135]. 

Taken together, our findings suggest that alteration of the plasma membrane by pore-

forming agents may be a factor for NSD1 mediated regulation of IL-1β secretion.    

 

4.5 Discussion 

Discoveries made in plants have facilitated the understanding of innate immunity 

in mammals. Yet, several elegant studies are not translated into human health. I took 

advantage of the NLR functionality in plants and mammals and discovered NSD1 as a 

possible regulator of the NLRP3 inflammasome (Figure 4.8). EDM2 was previously 

identified in a genetic screen for suppressors of the NLR gene RPP7 that provides 
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resistance against the oomycete H. parasitica in plants [293]. EDM2 mutations 

phenocopied the RPP7 observation in Arabidopsis, and the defense mechanism was 

highly specific for H. parasitica.  

 

Similar to the phenotype observed for EDM2 in Arabidopsis, I observed 

specificity for our NSD1 results in macrophages. NSD1 silencing affected the NLRP3 

inflammasome when LLO stimulation of macrophages occurred. However, I did not 

notice any effect on alum, a NLRP3 stimulant via phagolysosomal instability, and P. 

aeruginosa, a NLRC4 stimulant [135]. These results may underscore the importance of 

pore formation for NSD1 regulation of the NLRP3 inflammasome. Pore-forming toxins 

 
 
Figure 4.8: Comparative model for NLR regulation in plants and mammals.  
 
(A) Arabidopsis is infected with the pathogenic oomycete Hyaloperonospora parasitica.  EDM2 
enhances RPP7-mediated resistance to H. parasitica and a hypersensitive response (cell death) ensues 
in order to contain the infection. (B) Mouse macrophages are exposed to the cholesterol-dependent 
pore-forming toxin LLO. LLO activates the NLRP3 inflammasome and initiates caspase-1 mediated IL-
1β and IL-18 maturation and pyroptosis. NSD1 regulation results in the decrease in the pro-
inflammatory response prompted by caspase-1 activation. Coiled-coil domain (CC); nucleotide binding 
domain (NB); leucine-rich repeat (LRR); pyrin domain (PYD); enhanced downy mildew 2 (EDM2), 
apoptosis-associated speck-like protein containing a CARD (ASC); and nuclear receptor binding SET 
domain protein 1 (NSD1). 
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are virulence proteins utilized by numerous bacteria in order to damage cell membranes 

[326]. Analysis of cholesterol-dependent cytolysins, perfringolysin O and intermedilysin,  

revealed that these pore-forming toxins have conserved structures and mechanisms of 

action [290]. Reiterating this hypothesis is the fact that Nsd1 silencing also affects IL-1β 

secretion during stimulation of macrophages with the pore-forming agent nigericin. 

Future studies involving additional pore-forming toxins could reveal a broader 

application of NSD1 regulation on the NLRP3 inflammasome.  

I tested the hypothesis that NSD1 could likely be a candidate for chromatin-based 

NLRP3 inflammasome regulation. However, after ChIP analysis, I was unable to identify 

a region with uniquely increased NSD1 enrichment. Effects of histone methylation were 

also not evident for inflammasome-related genes. This observation is not entirely 

surprising because a previous study observed that LLO-mediated histone modifications 

and inflammasome activation are independent pathways [292]. On the other hand, I 

focused our study on a commonly analyzed time point during inflammasome stimulation 

with LLO. Thus, although unlikely, our analysis may not entirely exclude the possibility 

that histone methylation by NSD1 could still be observed after macrophages are exposed 

to LLO, resulting in alteration of caspase-1 activation.   

I speculate that methylation of the NLRP3 protein scaffold catalyzed by NSD1 

may regulate IL-1β and IL-18 secretion. Four lines of evidence support this hypothesis. 

First, it was previously demonstrated that, contrary to our findings in macrophages, 

NSD1 increases NF-κB activity in cancer cell lines by methylating the p65 subunit [327]. 

This provides strong evidence that NSD1 can methylate proteins other than histones. 
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Second, I determined that methylation of lysines in NLRP3 and ASC proteins are likely 

by using the prediction server MeMo: Methylation Modification. In fact, ASC was first 

named Target of Methylation-Induced Silencing-1 (TMS1) [328]. Third, experiments in 

our laboratory indicate a possible interaction between NSD1 and NLRP3 during co-

transfection of plasmids in 293T cells. Fourth, post-translational modifications such as 

deubiquitination of NLRP3 in macrophages, initiated by LPS priming and perpetuated by 

ATP treatment, activate the NLRP3 inflammasome [329,330].  Along those lines, 

ubiquitination of ASC also regulates inflammasome function [331,332]. Furthermore, 

phosphorylation of serine 533 of NLRC4 in macrophages stimulated with Salmonella 

typhimurium was recently suggested as a requirement for NLRC4 inflammasome 

activation [333]. These findings posit that inflammasome regulation by post-translational 

modifications, such as methylation, may mediate inflammasome activity. 

Our study focused on the interaction between NSD1 and caspase-1 because this 

inflammatory caspase is considered a canonical regulatory enzyme for IL-1β and IL-18 

secretion.  I do not exclude the possibility that NSD1 could target other caspases 

upstream of caspase-1, thereby, modulating IL-1β and IL-18 secretion. The measurement 

of caspase-11 pre- or post-Nsd1 reduction did not reveal differential regulation in the 

presence or absence of LLO.  A potential caspase of interest, caspase-7, has been shown 

to respond to L. monocytogenes and may act as a protective mechanism against 

membrane damage [309].  However, caspase-1 activation during L. monocytogenes 

infection is independent of caspase-7, as caspase-1-deficient mice did not show a defect 

in caspase-7 activation [309] .  Another caspase known to form a non-canonical 
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inflammasome is caspase-8. A relationship between caspase-8 and LLO has not been 

formally elucidated and, hence, I am not able to exclude any possible effects of NSD1 on 

caspase-8 activity during LLO stimulation of macrophages. Presently, caspase-8 has been 

known to associate with the AIM2-ASC complex during Francisella tularensis 

subspecies novicida stimulation of macrophages and dectin-1 recognition of fungi and 

Mycobacteria [116,117].  

 Clearly, additional studies encompassing NSD1 and the regulation of the 

canonical and non-canonical inflammasome components are necessary. However, our 

study potentially unveils a novel function for NSD1 during LLO stimulation of 

macrophages. Because the mechanism of action for many pore-forming toxins is 

evolutionarily conserved, our observation may also uncover a widely applicable 

regulatory innate immune mechanism in the mammalian host. 
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CHAPTER FIVE 
 

Concluding remarks 
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 The innate immune system is a powerful tool used by an organism to protect itself 

against danger.  It plays a crucial role in the initial defense against a disease-causing 

pathogen as well as the subsequent commencement of an adaptive immune response to 

protect against future infections.  Due to the effectiveness of this system, it is 

evolutionarily beneficial for pathogens, vectors, as well as the host themselves to develop 

ways to modulate immune responses.  This dissertation highlights the importance of 

proteins that direct the activities that occur in the complex web of innate immune 

signaling in the macrophage.    

 Successful infection by a vector-borne or non-vector borne pathogen and reliable 

safeguard against these threats by a host is a well coordinated exchange.  The pathogen is 

able to subvert the host immune system by inhibiting recognition, pro-inflammatory 

responses, and fundamental cellular function, as well as release factors that can promote 

anti-inflammatory reactions [334].  Additionally, they are also able to remain hidden 

within cellular compartments or eliminate immune cells.  Our findings support the notion 

that pathogens possess numerous evasion strategies, but moreover, new tactics can be 

discovered in proteins that did not previously demonstrate the capacity to promote 

immune evasion.  The concept termed moonlighting signifies that a protein carries out 

more than one function [335].  This seems to be the case with LPDA1; it has been shown 

to play a role in metabolic processes (pyruvate dehydrogenase complex, peroxynitrite 

reductase/peroxidase, and branched-chain keto acid dehydrogenase) but now it can also 

act as an immunopathological molecule [99,336].  These findings emphasize the need to 
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reanalyze proteins for alternative functions, as this method may reveal more information 

about pathogen evasion strategies.      

 Not only do vector-borne pathogens possess endogenous evasion molecules, they 

are also able to use exogenous proteins to their benefit.  One essential tool pathogens take 

advantage of is vector saliva. Blood-feeding vector saliva is composed of an extensive 

number of proteins that aid in establishing and encouraging a blood meal. Anti-

inflammatory molecules are crucial during this period.  These factors not only aid the 

vector in avoiding detection but also facilitate the transmission of a pathogen from vector 

to host. Due the importance of arthropod vector saliva and salivary proteins in the spread 

of disease-causing agents, novel therapeutics have begun to utilize methods targeting 

vector saliva instead of pathogen-centric molecules [88].  Work in this area may lead to 

the design of much needed vaccines against devastating vector-borne pathogens that 

affect millions of people all around the world. 

 Mammals utilize the immune system as a way to counter the attack by virulence 

factors in pathogens and anti-inflammatory molecules in arthropod vectors.    The 

regulation of innate immunity is crucial for an effective battle against invading 

pathogens.  Multiple levels of regulation exist in order to coordinate an appropriate 

response.  Cytokines, chemokines, inhibitory proteins (such as the inhibitor of κB), post-

translational modifications, adaptive immune cells are able to impart signals to the innate 

immune system, thereby allowing the suitable pro-inflammatory or anti-inflammatory 

action to occur [275].  I demonstrated that plant innate immunity may be used as a 

platform for the study of mammalian innate immunity. Through this method, I was able 
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to identify NSD1 as a regulator of the caspase-1 component of the NLRP3 

inflammasome.  NSD1 negatively regulates caspase-1 activity in the presence of the 

pore-forming toxin LLO.  Though I was able to exclude regulation at the following 

levels: (1) NF-κB, and (2) NLRP3 chromatin and expression;  the NSD1 mechanism of 

caspase-1 regulation still remains to be determined. 

 The number of pathogens that affect humans is colossal.  Additionally as jarring is 

the variability amongst pathogens (bacteria, virus, fungi, parasites, etc.) that lends to the 

difficulty of the development of preventive and/or protective therapeutics.  Whether it be 

vector-borne or non-vector borne pathogens, there are numerous facets that must be taken 

into account when decrypting innate immune signaling pathways.  I focused on one 

crucial branch of innate immunity in this dissertation, the NLR signaling pathway.  Like 

many others, in reality NLR signaling is intertwined with other components of immune 

signaling. Therefore, we must remain cautious when deciphering mammalian innate 

immune pathways and at what point pathogen-, vector-, and endogenously-derived 

components come into play.  Continuous study of the manipulation of host innate 

immunity will pave the way for the advancement of protective measures against 

pathogens that threaten human health.      

  

103 
 



 

REFERENCES 
1.  McGraw EA, O’Neill SL (2013) Beyond insecticides: new thinking on an ancient 

problem. Nature reviews Microbiology 11: 181–193. Available: 
http://www.nature.com/nrmicro/journal/v11/n3/execsumm/nrmicro2968.html. 
Accessed 2 March 2013. 

2.  World Health Organization (n.d.) World malaria report 2011. Available: 
http://www.who.int/malaria/publications/atoz/9789241564403/en/index.html. 
Accessed 24 April 2013. 

3.  Dostert C, Guarda G, Romero JF, Menu P, Gross O, et al. (2009) Malarial 
hemozoin is a Nalp3 inflammasome activating danger signal. PloS one 4: e6510. 
Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2714977&tool=pmcen
trez&rendertype=abstract. Accessed 6 March 2013. 

4.  Shio MT, Tiemi Shio M, Eisenbarth SC, Savaria M, Vinet AF, et al. (2009) 
Malarial hemozoin activates the NLRP3 inflammasome through Lyn and Syk 
kinases. PLoS pathogens 5: e1000559. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2722371&tool=pmcen
trez&rendertype=abstract. Accessed 6 March 2013. 

5.  Griffith JW, Sun T, McIntosh MT, Bucala R (2009) Pure Hemozoin is 
inflammatory in vivo and activates the NALP3 inflammasome via release of uric 
acid. Journal of immunology (Baltimore, Md : 1950) 183: 5208–5220. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/19783673. Accessed 6 March 2013. 

6.  Coban C, Ishii KJ, Horii T, Akira S (2007) Manipulation of host innate immune 
responses by the malaria parasite. Trends in microbiology 15: 271–278. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/17466521. Accessed 5 May 2013. 

7.  Finney CAM, Lu Z, Lebourhis L, Philpott DJ, Kain KC (2009) Short Report : 
Disruption of Nod-like Receptors Alters Inflammatory Response to Infection but 
Does Not Confer Protection in Experimental Cerebral Malaria. 80: 718–722. 

8.  Ockenhouse CF, Hu W, Kester KE, Cummings JF, Stewart A, et al. (2006) 
Common and divergent immune response signaling pathways discovered in 
peripheral blood mononuclear cell gene expression patterns in presymptomatic and 
clinically apparent malaria. Infection and immunity 74: 5561–5573. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=1594921&tool=pmcen
trez&rendertype=abstract. Accessed 13 March 2013. 

9.  Centers for Disease Control and Prevention (n.d.) Dengue. Available: 
http://www.cdc.gov/dengue/epidemiology/. Accessed 24 April 2013. 

10.  World Health Organization (n.d.) Impact of dengue. Available: 
http://www.who.int/csr/disease/dengue/impact/en/index.html. Accessed 24 April 
2013. 

11.  Wu M-F, Chen S-T, Yang A-H, Lin W-W, Lin Y-L, et al. (2013) CLEC5A is 
critical for dengue virus-induced inflammasome activation in human macrophages. 
Blood 121: 95–106. Available: http://www.ncbi.nlm.nih.gov/pubmed/23152543. 
Accessed 4 March 2013. 

104 
 



 

12.  Centers for Disease Control and Prevention (n.d.) Cases of west nile human 
disease. Available: www.cdc.gov/ncidod/dvbid/westnile/qa/cases.htm. Accessed 
25 April 2013. 

13.  World Health Organization (n.d.) West nile virus. Available: 
http://www.who.int/mediacentre/factsheets/fs354/en/. Accessed 25 April 2013. 

14.  Demento SL, Eisenbarth SC, Foellmer HG, Platt C, Caplan MJ, et al. (2009) 
Inflammasome-activating nanoparticles as modular systems for optimizing vaccine 
efficacy. Vaccine 27: 3013–3021. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2695996&tool=pmcen
trez&rendertype=abstract. Accessed 15 March 2013. 

15.  Kaushik DK, Gupta M, Kumawat KL, Basu A (2012) NLRP3 inflammasome: key 
mediator of neuroinflammation in murine Japanese encephalitis. PloS one 7: 
e32270. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3290554&tool=pmcen
trez&rendertype=abstract. Accessed 23 March 2013. 

16.  Ramos HJ, Lanteri MC, Blahnik G, Negash A, Suthar MS, et al. (2012) IL-1β 
signaling promotes CNS-intrinsic immune control of West Nile virus infection. 
PLoS pathogens 8: e1003039. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3510243&tool=pmcen
trez&rendertype=abstract. Accessed 16 May 2013. 

17.  Centers for Disease Control and Prevention (n.d.) Parasites- leishmaniasis. 
Available: http://www.cdc.gov/parasites/leishmaniasis/disease.html. Accessed 1 
May 2013. 

18.  Sani MM, Hajizade A, Sankian M, Fata A, Mellat M, et al. (2013) Evaluation of 
the expression of the inflammasome pathway related components in Leishmania 
major-infected murine macrophages. 3: 104–109. 

19.  World Health Organization (n.d.) Chagas disease. Available: 
http://www.who.int/mediacentre/factsheets/fs340/en/. Accessed 25 April 2013. 

20.  Aoki MP, Carrera-Silva EA, Cuervo H, Fresno M, Gironès N, et al. (2012) 
Nonimmune Cells Contribute to Crosstalk between Immune Cells and 
Inflammatory Mediators in the Innate Response to Trypanosoma cruzi Infection. 
Journal of parasitology research 2012: 737324. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3159004&tool=pmcen
trez&rendertype=abstract. Accessed 15 March 2013. 

21.  Silva GK, Gutierrez FRS, Guedes PMM, Horta C V, Cunha LD, et al. (2010) 
Cutting edge: nucleotide-binding oligomerization domain 1-dependent responses 
account for murine resistance against Trypanosoma cruzi infection. Journal of 
immunology (Baltimore, Md : 1950) 184: 1148–1152. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/20042586. Accessed 16 May 2013. 

22.  Lindgren, E., and Jaenson TG. (2006) Lyme borreliosis in Europe: influences of 
climate and climate change, epidemiology, ecology and adaptation measures. 
Available: http://www.euro.who.int/__data/assets/pdf_file/0006/96819/E89522.pdf 
. Accessed 25 April 2013. 

105 
 



 

23.  The New York Times (n.d.) Lyme disease. Available: 
http://health.nytimes.com/health/guides/disease/lyme-disease/risk-factors.html. 
Accessed 25 April 2013. 

24.  Centers for Disease Control and Prevention (n.d.) Lyme disease data. Available: 
http://www.cdc.gov/lyme/stats/index.html. Accessed 25 April 2013. 

25.  Berende A, Oosting M, Kullberg B-J, Netea MG, Joosten L a B (2010) Activation 
of innate host defense mechanisms by Borrelia. European cytokine network 21: 7–
18. Available: http://www.ncbi.nlm.nih.gov/pubmed/20146985. 

26.  Centers for Disease Control and Prevention (n.d.) Plague. Available: 
http://www.cdc.gov/plague/faq/. Accessed 25 April 2013. 

27.  Healthline (n.d.) The plague. Available: http://www.healthline.com/health/plague. 
Accessed 25 April 2013. 

28.  Vladimer GI, Weng D, Paquette SWM, Vanaja SK, Rathinam V a K, et al. (2012) 
The NLRP12 inflammasome recognizes Yersinia pestis. Immunity 37: 96–107. 
Available: http://www.ncbi.nlm.nih.gov/pubmed/22840842. Accessed 28 March 
2013. 

29.  Brodsky IE, Palm NW, Sadanand S, Ryndak MB, Fayyaz S, et al. (2010) A 
Yersinia secreted effecor protein promotes virulence by preventing inflammasome 
recognition of the type III secretion system. Cell host & microbe 7: 376–387. 
doi:10.1016/j.chom.2010.04.009.A. 

30.  Zheng Y, Lilo S, Brodsky IE, Zhang Y, Medzhitov R, et al. (2011) A Yersinia 
effector with enhanced inhibitory activity on the NF-κB pathway activates the 
NLRP3/ASC/caspase-1 inflammasome in macrophages. PLoS pathogens 7: 
e1002026. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3080847&tool=pmcen
trez&rendertype=abstract. Accessed 22 May 2013. 

31.  Centers for Disease Control and Prevention (n.d.) Annual cases of anaplasmosis in 
the United States. Available: http://www.cdc.gov/anaplasmosis/stats/#casesbyyear. 
Accessed 25 April 2013. 

32.  Rikihisa Y (2011) Mechanisms of obligatory intracellular infection with A. 
phagocytophilum. Clinical microbiology reviews 24: 469–489. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3131063&tool=pmcen
trez&rendertype=abstract. Accessed 20 April 2013. 

33.  Centers for Disease Control and Prevention (n.d.) Tularemia statistics. Available: 
http://www.cdc.gov/tularemia/statistics/. Accessed 25 April 2013. 

34.  MD Guidelines (n.d.) Tularemia. Available: 
http://www.mdguidelines.com/tularemia. Accessed 25 April 2013. 

35.  Medscape (n.d.) Tularemia epidemiology. Available: 
http://emedicine.medscape.com/article/230923-overview#a0199. Accessed 25 
April 2013. 

36.  Atianand MK, Duffy EB, Shah A, Kar S, Malik M, et al. (2011) Francisella 
tularensis reveals a disparity between human and mouse NLRP3 inflammasome 
activation. The Journal of biological chemistry 286: 39033–39042. Available: 

106 
 



 

http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3234728&tool=pmcen
trez&rendertype=abstract. Accessed 16 May 2013. 

37.  Fernandes-Alnemri T, Yu J-W, Juliana C, Solorzano L, Kang S, et al. (2010) The 
AIM2 inflammasome is critical for innate immunity to Francisella tularensis. 
Nature immunology 11: 385–393. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3111085&tool=pmcen
trez&rendertype=abstract. Accessed 11 March 2013. 

38.  Center for Infectious Disease Research and Policy (n.d.) Tularemia: current, 
comprehensive information on pathogenesis, microbiology, epidemiology, 
diagnosis, treatment, and prophylaxis. Available: 
http://www.cidrap.umn.edu/cidrap/content/bt/tularemia/biofacts/tularemiafactsheet
.html#_Public_Health_Reporting_1. Accessed 25 April 2013. 

39.  World Health Organization (n.d.) Yellow fever. Available: 
http://www.who.int/mediacentre/factsheets/fs100/en/. Accessed 25 April 2013. 

40.  Centers for Disease Control and Prevention (n.d.) Yellow fever. Available: 
http://www.cdc.gov/yellowfever/. Accessed 1 May 2013. 

41.  Gaucher D, Therrien R, Kettaf N, Angermann BR, Boucher G, et al. (2008) 
Yellow fever vaccine induces integrated multilineage and polyfunctional immune 
responses. The Journal of experimental medicine 205: 3119–3131. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2605227&tool=pmcen
trez&rendertype=abstract. Accessed 18 March 2013. 

42.  Babu S, Bhat SQ, Pavan Kumar N, Lipira AB, Kumar S, et al. (2009) Filarial 
lymphedema is characterized by antigen-specific Th1 and th17 proinflammatory 
responses and a lack of regulatory T cells. PLoS neglected tropical diseases 3: 
e420. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2666805&tool=pmcen
trez&rendertype=abstract. Accessed 12 April 2013. 

43.  Centers for Disease Control and Prevention (n.d.) Parasites- lymphatic filariasis. 
Available: http://www.cdc.gov/parasites/lymphaticfilariasis/gen_info/faqs.html. 
Accessed 25 April 2013. 

44.  Hasegawa M, Yamazaki T, Kamada N, Tawaratsumida K, Kim Y-G, et al. (2011) 
Nucleotide-binding oligomerization domain 1 mediates recognition of Clostridium 
difficile and induces neutrophil recruitment and protection against the pathogen. 
Journal of immunology (Baltimore, Md : 1950) 186: 4872–4880. Available: 
http://www.jimmunol.org/content/186/8/4872.long. Accessed 21 May 2013. 

45.  Ng J, Hirota SA, Gross O, Li Y, Ulke-Lemee A, et al. (2010) Clostridium difficile 
toxin-induced inflammation and intestinal injury are mediated by the 
inflammasome. Gastroenterology 139: 542–52, 552.e1–3. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/20398664. Accessed 22 May 2013. 

46.  Kim JG, Lee SJ, Kagnoff MF (2004) Nod1 is an essential signal transducer in 
intestinal epithelial cells infected with bacteria that avoid recognition by toll-like 
receptors. Infection and immunity 72: 1487–1495. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=356064&tool=pmcentr
ez&rendertype=abstract. Accessed 20 May 2013. 

107 
 



 

47.  Balamayooran T, Batra S, Balamayooran G, Cai S, Kobayashi K, et al. (2012) 
NOD2 signaling contributes to host defense in the lungs against Escherichia coli 
infection. Infection and immunity 80: 2558–2569. Available: 
http://iai.asm.org/content/early/2012/04/25/IAI.06230-11. Accessed 22 May 2013. 

48.  Miao EA, Mao DP, Yudkovsky N, Bonneau R, Lorang CG, et al. (2010) Innate 
immune detection of the type III secretion apparatus through the NLRC4 
inflammasome. Proceedings of the National Academy of Sciences of the United 
States of America 107: 3076–3080. Available: 
http://www.pnas.org/content/107/7/3076.short. Accessed 22 May 2013. 

49.  Ayres JS, Trinidad NJ, Vance RE (2012) Lethal inflammasome activation by a 
multidrug-resistant pathobiont upon antibiotic disruption of the microbiota. Nature 
medicine 18: 799–806. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3472005&tool=pmcen
trez&rendertype=abstract. Accessed 3 March 2013. 

50.  Sander LE, Davis MJ, Boekschoten M V, Amsen D, Dascher CC, et al. (2011) 
Detection of prokaryotic mRNA signifies microbial viability and promotes 
immunity. Nature 474: 385–389. Available: 
http://dx.doi.org/10.1038/nature10072. Accessed 21 May 2013. 

51.  Brereton CF, Sutton CE, Ross PJ, Iwakura Y, Pizza M, et al. (2011) Escherichia 
coli heat-labile enterotoxin promotes protective Th17 responses against infection 
by driving innate IL-1 and IL-23 production. Journal of immunology (Baltimore, 
Md : 1950) 186: 5896–5906. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/21490151. Accessed 22 May 2013. 

52.  Watanabe T, Asano N, Kitani A, Fuss IJ, Chiba T, et al. (2011) Activation of type 
I IFN signaling by NOD1 mediates mucosal host defense against Helicobacter 
pylori infection. Gut microbes 2: 61–65. Available: 
http://www.landesbioscience.com/journals/gutmicrobes/article/15162/?nocache=6
59850280. Accessed 21 May 2013. 

53.  Hitzler I, Sayi A, Kohler E, Engler DB, Koch KN, et al. (2012) Caspase-1 has both 
proinflammatory and regulatory properties in Helicobacter infections, which are 
differentially mediated by its substrates IL-1β and IL-18. Journal of immunology 
(Baltimore, Md : 1950) 188: 3594–3602. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/22403439. Accessed 22 May 2013. 

54.  Opitz B, Puschel A, Beermann W, Hocke AC, Forster S, et al. (2006) Listeria 
monocytogenes Activated p38 MAPK and Induced IL-8 Secretion in a Nucleotide-
Binding Oligomerization Domain 1-Dependent Manner in Endothelial Cells. J 
Immunol 176: 484–490. Available: 
http://www.jimmunol.org/content/176/1/484.long. Accessed 21 May 2013. 

55.  Travassos LH, Carneiro L a M, Ramjeet M, Hussey S, Kim Y-G, et al. (2010) 
Nod1 and Nod2 direct autophagy by recruiting ATG16L1 to the plasma membrane 
at the site of bacterial entry. Nature immunology 11: 55–62. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/19898471. Accessed 28 February 2013. 

56.  Wu J, Fernandes-Alnemri T, Alnemri ES (2010) Involvement of the AIM2, 
NLRC4, and NLRP3 inflammasomes in caspase-1 activation by Listeria 

108 
 



 

monocytogenes. Journal of clinical immunology 30: 693–702. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3321545&tool=pmcen
trez&rendertype=abstract. Accessed 28 February 2013. 

57.  Brooks MN, Rajaram MVS, Azad AK, Amer AO, Valdivia-Arenas MA, et al. 
(2011) NOD2 controls the nature of the inflammatory response and subsequent 
fate of Mycobacterium tuberculosis and M. bovis BCG in human macrophages. 
Cellular microbiology 13: 402–418. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3259431&tool=pmcen
trez&rendertype=abstract. Accessed 14 March 2013. 

58.  Yang Y, Yin C, Pandey A, Abbott D, Sassetti C, et al. (2007) NOD2 pathway 
activation by MDP or Mycobacterium tuberculosis infection involves the stable 
polyubiquitination of Rip2. The Journal of biological chemistry 282: 36223–
36229. Available: http://www.ncbi.nlm.nih.gov/pubmed/17947236. Accessed 22 
May 2013. 

59.  Dorhoi A, Nouailles G, Jörg S, Hagens K, Heinemann E, et al. (2012) Activation 
of the NLRP3 inflammasome by Mycobacterium tuberculosis is uncoupled from 
susceptibility to active tuberculosis. European journal of immunology 42: 374–
384. Available: http://www.ncbi.nlm.nih.gov/pubmed/22101787. Accessed 22 
May 2013. 

60.  Master SS, Rampini SK, Davis AS, Keller C, Ehlers S, et al. (2008) 
Mycobacterium tuberculosis prevents inflammasome activation. Cell host & 
microbe 3: 224–232. Available: http://dx.doi.org/10.1016/j.chom.2008.03.003. 
Accessed 22 May 2013. 

61.  Koo IC, Wang C, Raghavan S, Morisaki JH, Cox JS, et al. (2008) ESX-1-
dependent cytolysis in lysosome secretion and inflammasome activation during 
mycobacterial infection. Cellular microbiology 10: 1866–1878. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2574867&tool=pmcen
trez&rendertype=abstract. Accessed 22 May 2013. 

62.  Mishra BB, Moura-Alves P, Sonawane A, Hacohen N, Griffiths G, et al. (2010) 
Mycobacterium tuberculosis protein ESAT-6 is a potent activator of the 
NLRP3/ASC inflammasome. Cellular microbiology 12: 1046–1063. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/20148899. Accessed 22 May 2013. 

63.  Opitz B, Püschel A, Schmeck B, Hocke AC, Rosseau S, et al. (2004) Nucleotide-
binding oligomerization domain proteins are innate immune receptors for 
internalized Streptococcus pneumoniae. The Journal of biological chemistry 279: 
36426–36432. Available: http://www.jbc.org/content/279/35/36426.long. 
Accessed 21 May 2013. 

64.  Witzenrath M, Pache F, Lorenz D, Koppe U, Gutbier B, et al. (2011) The NLRP3 
inflammasome is differentially activated by pneumolysin variants and contributes 
to host defense in pneumococcal pneumonia. Journal of immunology (Baltimore, 
Md : 1950) 187: 434–440. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/21646297. Accessed 22 May 2013. 

65.  McNeela EA, Burke A, Neill DR, Baxter C, Fernandes VE, et al. (2010) 
Pneumolysin activates the NLRP3 inflammasome and promotes proinflammatory 

109 
 



 

cytokines independently of TLR4. PLoS pathogens 6: e1001191. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2978728&tool=pmcen
trez&rendertype=abstract. Accessed 22 May 2013. 

66.  Shaw MH, Reimer T, Sánchez-Valdepeñas C, Warner N, Kim Y-G, et al. (2009) T 
cell-intrinsic role of Nod2 in promoting type 1 immunity to Toxoplasma gondii. 
Nature immunology 10: 1267–1274. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2803073&tool=pmcen
trez&rendertype=abstract. Accessed 16 May 2013. 

67.  Witola WH, Mui E, Hargrave A, Liu S, Hypolite M, et al. (2011) NALP1 
influences susceptibility to human congenital toxoplasmosis, proinflammatory 
cytokine response, and fate of Toxoplasma gondii-infected monocytic cells. 
Infection and immunity 79: 756–766. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3028851&tool=pmcen
trez&rendertype=abstract. Accessed 23 May 2013. 

68.  Boyden ED, Dietrich WF (2006) Nalp1b controls mouse macrophage 
susceptibility to anthrax lethal toxin. Nature genetics 38: 240–244. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/16429160. Accessed 3 April 2013. 

69.  Terra JK, Cote CK, France B, Jenkins AL, Bozue JA, et al. (2010) Cutting edge: 
resistance to Bacillus anthracis infection mediated by a lethal toxin sensitive allele 
of Nalp1b/Nlrp1b. Journal of immunology (Baltimore, Md : 1950) 184: 17–20. 
Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2811128&tool=pmcen
trez&rendertype=abstract. Accessed 23 May 2013. 

70.  Gross O, Poeck H, Bscheider M, Dostert C, Hannesschläger N, et al. (2009) Syk 
kinase signalling couples to the Nlrp3 inflammasome for anti-fungal host defence. 
Nature 459: 433–436. Available: http://dx.doi.org/10.1038/nature07965. Accessed 
21 May 2013. 

71.  Joly S, Ma N, Sadler JJ, Soll DR, Cassel SL, et al. (2009) Cutting edge: Candida 
albicans hyphae formation triggers activation of the Nlrp3 inflammasome. Journal 
of immunology (Baltimore, Md : 1950) 183: 3578–3581. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2739101&tool=pmcen
trez&rendertype=abstract. Accessed 23 May 2013. 

72.  Hise AG, Tomalka J, Ganesan S, Patel K, Hall BA, et al. (2009) An essential role 
for the NLRP3 inflammasome in host defense against the human fungal pathogen 
Candida albicans. Cell host & microbe 5: 487–497. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2824856&tool=pmcen
trez&rendertype=abstract. Accessed 23 May 2013. 

73.  Tomalka J, Ganesan S, Azodi E, Patel K, Majmudar P, et al. (2011) A novel role 
for the NLRC4 inflammasome in mucosal defenses against the fungal pathogen 
Candida albicans. PLoS pathogens 7: e1002379. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3234225&tool=pmcen
trez&rendertype=abstract. Accessed 23 May 2013. 

74.  Lamkanfi M, Malireddi RKS, Kanneganti T-D (2009) Fungal zymosan and 
mannan activate the cryopyrin inflammasome. The Journal of biological chemistry 

110 
 



 

284: 20574–20581. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2742822&tool=pmcen
trez&rendertype=abstract. Accessed 12 March 2013. 

75.  Ichinohe T, Pang IK, Iwasaki A (2010) Influenza virus activates inflammasomes 
via its intracellular M2 ion channel. Nature immunology 11: 404–410. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2857582&tool=pmcen
trez&rendertype=abstract. Accessed 22 May 2013. 

76.  Thomas PG, Dash P, Aldridge JR, Ellebedy AH, Reynolds C, et al. (2009) The 
intracellular sensor NLRP3 mediates key innate and healing responses to influenza 
A virus via the regulation of caspase-1. Immunity 30: 566–575. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2765464&tool=pmcen
trez&rendertype=abstract. Accessed 22 May 2013. 

77.  Allen IC, Scull MA, Moore CB, Holl EK, McElvania-TeKippe E, et al. (2009) The 
NLRP3 inflammasome mediates in vivo innate immunity to influenza A virus 
through recognition of viral RNA. Immunity 30: 556–565. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2803103&tool=pmcen
trez&rendertype=abstract. Accessed 22 May 2013. 

78.  Broz P, Newton K, Lamkanfi M, Mariathasan S, Dixit VM, et al. (2010) 
Redundant roles for inflammasome receptors NLRP3 and NLRC4 in host defense 
against Salmonella. The Journal of experimental medicine 207: 1745–1755. 
Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2916133&tool=pmcen
trez&rendertype=abstract. Accessed 28 March 2013. 

79.  Zhao Y, Yang J, Shi J, Gong Y-N, Lu Q, et al. (2011) The NLRC4 inflammasome 
receptors for bacterial flagellin and type III secretion apparatus. Nature 477: 596–
600. Available: http://www.ncbi.nlm.nih.gov/pubmed/21918512. Accessed 4 
March 2013. 

80.  Kofoed EM, Vance RE (2011) Innate immune recognition of bacterial ligands by 
NAIPs determines inflammasome specificity. Nature 477: 592–595. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3184209&tool=pmcen
trez&rendertype=abstract. Accessed 6 March 2013. 

81.  Lightfield KL, Persson J, Brubaker SW, Witte CE, Von Moltke J, et al. (2008) 
Critical function for Naip5 in inflammasome activation by a conserved carboxy-
terminal domain of flagellin. Nature immunology 9: 1171–1178. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2614210&tool=pmcen
trez&rendertype=abstract. Accessed 28 March 2013. 

82.  Lightfield KL, Persson J, Trinidad NJ, Brubaker SW, Kofoed EM, et al. (2011) 
Differential requirements for NAIP5 in activation of the NLRC4 inflammasome. 
Infection and immunity 79: 1606–1614. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3067536&tool=pmcen
trez&rendertype=abstract. Accessed 27 March 2013. 

83.  Miao E a, Ernst RK, Dors M, Mao DP, Aderem A (2008) Pseudomonas aeruginosa 
activates caspase 1 through Ipaf. Proceedings of the National Academy of Sciences 

111 
 



 

of the United States of America 105: 2562–2567. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/23024281. 

84.  Sutterwala FS, Mijares LA, Li L, Ogura Y, Kazmierczak BI, et al. (2007) Immune 
recognition of Pseudomonas aeruginosa mediated by the IPAF/NLRC4 
inflammasome. The Journal of experimental medicine 204: 3235–3245. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2150987&tool=pmcen
trez&rendertype=abstract. Accessed 22 May 2013. 

85.  Suzuki T, Franchi L, Toma C, Ashida H, Ogawa M, et al. (2007) Differential 
regulation of caspase-1 activation, pyroptosis, and autophagy via Ipaf and ASC in 
Shigella-infected macrophages. PLoS pathogens 3: e111. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=1941748&tool=pmcen
trez&rendertype=abstract. Accessed 22 May 2013. 

86.  Willingham SB, Bergstralh DT, O’Connor W, Morrison AC, Taxman DJ, et al. 
(2007) Microbial pathogen-induced necrotic cell death mediated by the 
inflammasome components CIAS1/cryopyrin/NLRP3 and ASC. Cell host & 
microbe 2: 147–159. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2083260&tool=pmcen
trez&rendertype=abstract. Accessed 22 May 2013. 

87.  Kovats RS, Campbell-Lendrum DH, McMichel a. J, Woodward a., Cox JSH 
(2001) Early effects of climate change: do they include changes in vector-borne 
disease? Philosophical Transactions of the Royal Society B: Biological Sciences 
356: 1057–1068. Available: 
http://rstb.royalsocietypublishing.org/cgi/doi/10.1098/rstb.2001.0894. Accessed 1 
March 2013. 

88.  Mejia JS, Bishop J V, Titus RG (2006) Is it possible to develop pan-arthropod 
vaccines? Trends in parasitology 22: 367–370. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/16784890. Accessed 16 May 2013. 

89.  Fontaine A, Diouf I, Bakkali N, Missé D, Pagès F, et al. (2011) Implication of 
haematophagous arthropod salivary proteins in host-vector interactions. Parasites 
& vectors 4: 187. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3197560&tool=pmcen
trez&rendertype=abstract. Accessed 11 April 2013. 

90.  Titus RG, Ribeiro JM (1990) The role of vector saliva in transmission of 
arthropod-borne disease. Parasitology today (Personal ed) 6: 157–160. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/15463328. 

91.  Ribeiro JMC, Francischetti IMB (2003) Role of arthropod saliva in blood feeding: 
sialome and post-sialome perspectives. Annual review of entomology 48: 73–88. 
Available: http://www.ncbi.nlm.nih.gov/pubmed/12194906. Accessed 10 March 
2013. 

92.  Nürnberger T, Brunner F, Kemmerling B, Piater L (2004) Innate immunity in 
plants and animals: striking similarities and obvious differences. Immunological 
reviews 198: 249–266. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/15199967. 

112 
 



 

93.  Strowig T, Henao-Mejia J, Elinav E, Flavell R (2012) Inflammasomes in health 
and disease. Nature 481: 278–286. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/22258606. Accessed 2 March 2013. 

94.  Mans BJ, Francischetti IMB (2011) Toxins and Hemostasis: 21–44. Available: 
http://www.springerlink.com/index/10.1007/978-90-481-9295-3. Accessed 16 
May 2013. 

95.  Sabbatani L (1899) Fermento anticoagulante de l’ “Ixodes ricinus”. Arch Ital Biol 
31: 37–53. 

96.  Champagne DE (2005) Antihemostatic molecules from saliva of blood-feeding 
arthropods. Pathophysiology of haemostasis and thrombosis 34: 221–227. 
Available: http://www.ncbi.nlm.nih.gov/pubmed/16707932. Accessed 16 May 
2013. 

97.  Titus RG, Bishop J V, Mejia JS (2006) The immunomodulatory factors of 
arthropod saliva and the potential for these factors to serve as vaccine targets to 
prevent pathogen transmission. Parasite immunology 28: 131–141. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/16542315. Accessed 21 March 2013. 

98.  Gillespie RD, Mbow ML, Titus RG (2000) The immunomodulatory factors of 
bloodfeeding arthropod saliva. Parasite immunology 22: 319–331. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/10886716. 

99.  Chen G, Severo MS, Sakhon OS, Choy A, Herron MJ, et al. (2012) A. 
phagocytophilum dihydrolipoamide dehydrogenase 1 affects host-derived 
immunopathology during microbial colonization. Infection and immunity 80: 
3194–3205. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3418742&tool=pmcen
trez&rendertype=abstract. Accessed 7 May 2013. 

100.  Inohara N, Koseki T, Del Peso L, Hu Y, Yee C, et al. (1999) Nod1, an Apaf-1-like 
activator of caspase-9 and nuclear factor-kappaB. The Journal of biological 
chemistry 274: 14560–14567. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/10329646. 

101.  Moreira LO, Zamboni DS (2012) NOD1 and NOD2 Signaling in Infection and 
Inflammation. Frontiers in immunology 3: 328. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3492658&tool=pmcen
trez&rendertype=abstract. Accessed 24 March 2013. 

102.  Schroder K, Tschopp J (2010) The inflammasomes. Cell 140: 821–832. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/20303873. Accessed 6 March 2013. 

103.  Chamaillard M, Hashimoto M, Horie Y, Masumoto J, Qiu S, et al. (2003) An 
essential role for NOD1 in host recognition of bacterial peptidoglycan containing 
diaminopimelic acid. Nature immunology 4: 702–707. Available: 
http://dx.doi.org/10.1038/ni945. Accessed 16 May 2013. 

104.  Girardin SE, Boneca IG, Viala J, Chamaillard M, Labigne A, et al. (2003) Nod2 is 
a general sensor of peptidoglycan through muramyl dipeptide (MDP) detection. 
The Journal of biological chemistry 278: 8869–8872. Available: 
http://www.jbc.org/content/278/11/8869.long. Accessed 28 February 2013. 

113 
 



 

105.  Kobayashi K, Inohara N, Hernandez LD, Galán JE, Núñez G, et al. (2002) 
RICK/Rip2/CARDIAK mediates signalling for receptors of the innate and 
adaptive immune systems. Nature 416: 194–199. Available: 
http://dx.doi.org/10.1038/416194a. Accessed 16 May 2013. 

106.  Besse A, Lamothe B, Campos AD, Webster WK, Maddineni U, et al. (2007) 
TAK1-dependent signaling requires functional interaction with TAB2/TAB3. The 
Journal of biological chemistry 282: 3918–3928. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3197015&tool=pmcen
trez&rendertype=abstract. Accessed 1 March 2013. 

107.  Colonna M (2007) All roads lead to CARD9. Nature immunology 8: 554–555. 
Available: http://www.ncbi.nlm.nih.gov/pubmed/17514206. 

108.  Hitotsumatsu O, Ahmad R-C, Tavares R, Wang M, Philpott D, et al. (2008) The 
ubiquitin-editing enzyme A20 restricts nucleotide-binding oligomerization domain 
containing 2-triggered signals. Immunity 28: 381–390. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3606373&tool=pmcen
trez&rendertype=abstract. Accessed 5 April 2013. 

109.  LeBlanc PM, Yeretssian G, Rutherford N, Doiron K, Nadiri A, et al. (2008) 
Caspase-12 modulates NOD signaling and regulates antimicrobial peptide 
production and mucosal immunity. Cell host & microbe 3: 146–157. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/18329614. Accessed 5 March 2013. 

110.  Lamkanfi M, Dixit VM (2011) Modulation of inflammasome pathways by 
bacterial and viral pathogens. Journal of immunology (Baltimore, Md : 1950) 187: 
597–602. Available: http://www.ncbi.nlm.nih.gov/pubmed/21734079. Accessed 11 
March 2013. 

111.  Davis BK, Wen H, Ting JP-Y (2011) The inflammasome NLRs in immunity, 
inflammation, and associated diseases. Annual review of immunology 29: 707–
735. Available: http://www.ncbi.nlm.nih.gov/pubmed/21219188. Accessed 27 
February 2013. 

112.  Franchi L, Muñoz-Planillo R, Núñez G (2012) Sensing and reacting to microbes 
through the inflammasomes. Nature immunology 13: 325–332. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3449002&tool=pmcen
trez&rendertype=abstract. Accessed 28 February 2013. 

113.  Kayagaki N, Warming S, Lamkanfi M, Vande Walle L, Louie S, et al. (2011) Non-
canonical inflammasome activation targets caspase-11. Nature 479: 117–121. 
Available: http://www.ncbi.nlm.nih.gov/pubmed/22002608. Accessed 28 February 
2013. 

114.  Rathinam V a K, Vanaja SK, Waggoner L, Sokolovska A, Becker C, et al. (2012) 
TRIF licenses caspase-11-dependent NLRP3 inflammasome activation by gram-
negative bacteria. Cell 150: 606–619. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/22819539. Accessed 4 March 2013. 

115.  Kang T-B, Yang S-H, Toth B, Kovalenko A, Wallach D (2013) Caspase-8 Blocks 
Kinase RIPK3-Mediated Activation of the NLRP3 Inflammasome. Immunity 38: 
27–40. Available: http://www.ncbi.nlm.nih.gov/pubmed/23260196. Accessed 1 
March 2013. 

114 
 



 

116.  Pierini R, Juruj C, Perret M, Jones CL, Mangeot P, et al. (2012) AIM2/ASC 
triggers caspase-8-dependent apoptosis in Francisella-infected caspase-1-deficient 
macrophages. Cell death and differentiation 19: 1709–1721. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/22555457. Accessed 28 March 2013. 

117.  Gringhuis SI, Kaptein TM, Wevers B a, Theelen B, Van der Vlist M, et al. (2012) 
Dectin-1 is an extracellular pathogen sensor for the induction and processing of IL-
1β via a noncanonical caspase-8 inflammasome. Nature immunology 13: 246–254. 
Available: http://www.ncbi.nlm.nih.gov/pubmed/22267217. Accessed 8 March 
2013. 

118.  Martinon F, Burns K, Tschopp J (2002) The inflammasome: a molecular platform 
triggering activation of inflammatory caspases and processing of proIL-beta. 
Molecular cell 10: 417–426. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/12191486. 

119.  Akhter A, Gavrilin M a, Frantz L, Washington S, Ditty C, et al. (2009) Caspase-7 
activation by the Nlrc4/Ipaf inflammasome restricts Legionella pneumophila 
infection. PLoS pathogens 5: e1000361. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2657210&tool=pmcen
trez&rendertype=abstract. Accessed 22 April 2013. 

120.  Hotez PJ, Fenwick A, Savioli L, Molyneux DH (2009) Rescuing the bottom billion 
through control of neglected tropical diseases. Lancet 373: 1570–1575. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/19410718. Accessed 28 February 2013. 

121.  World Health Organization (n.d.) The top 10 causes of death. Available: 
http://www.who.int/mediacentre/factsheets/fs310/en/index.html. Accessed 22 May 
2013. 

122.  Girardin SE, Travassos LH, Hervé M, Blanot D, Boneca IG, et al. (2003) 
Peptidoglycan molecular requirements allowing detection by Nod1 and Nod2. The 
Journal of biological chemistry 278: 41702–41708. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/12871942. Accessed 16 May 2013. 

123.  Ray K, Marteyn B, Sansonetti PJ, Tang CM (2009) Life on the inside: the 
intracellular lifestyle of cytosolic bacteria. Nature reviews Microbiology 7: 333–
340. Available: http://www.ncbi.nlm.nih.gov/pubmed/19369949. Accessed 28 
February 2013. 

124.  Sabbah A, Chang TH, Harnack R, Frohlich V, Tominaga K, et al. (2009) 
Activation of innate immune antiviral responses by Nod2. Nature immunology 10: 
1073–1080. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2752345&tool=pmcen
trez&rendertype=abstract. Accessed 28 February 2013. 

125.  Murray PJ (2005) NOD proteins: an intracellular pathogen-recognition system or 
signal transduction modifiers? Current opinion in immunology 17: 352–358. 
Available: http://www.ncbi.nlm.nih.gov/pubmed/15950446. Accessed 26 April 
2013. 

126.  Centers for Disease Control and Prevention (n.d.) Parasites- American 
trypanosomiasis. Available: http://www.cdc.gov/parasites/chagas/disease.html. 
Accessed 26 April 2013. 

115 
 



 

127.  Parola P, Raoult D (2001) Ticks and tickborne bacterial diseases in humans: an 
emerging infectious threat. Clinical infectious diseases : an official publication of 
the Infectious Diseases Society of America 32: 897–928. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/11247714. 

128.  Sterka D, Rati DM, Marriott I (2006) Functional expression of NOD2, a novel 
pattern recognition receptor for bacterial motifs, in primary murine astrocytes. Glia 
53: 322–330. Available: http://www.ncbi.nlm.nih.gov/pubmed/16265673. 
Accessed 17 May 2013. 

129.  Oosting M, Berende A, Sturm P, Ter Hofstede HJM, De Jong DJ, et al. (2010) 
Recognition of Borrelia burgdorferi by NOD2 is central for the induction of an 
inflammatory reaction. The Journal of infectious diseases 201: 1849–1858. 
Available: http://www.ncbi.nlm.nih.gov/pubmed/20441518. Accessed 16 May 
2013. 

130.  Sukumaran B, Ogura Y, Pedra JHF, Kobayashi KS, Flavell R a, et al. (2012) 
Receptor interacting protein-2 contributes to host defense against A. 
phagocytophilum infection. FEMS immunology and medical microbiology 66: 
211–219. Available: http://www.ncbi.nlm.nih.gov/pubmed/22747758. Accessed 17 
May 2013. 

131.  Faustin B, Lartigue L, Bruey J-M, Luciano F, Sergienko E, et al. (2007) 
Reconstituted NALP1 inflammasome reveals two-step mechanism of caspase-1 
activation. Molecular cell 25: 713–724. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/17349957. Accessed 6 March 2013. 

132.  Levinsohn JL, Newman ZL, Hellmich K a, Fattah R, Getz M a, et al. (2012) 
Anthrax lethal factor cleavage of Nlrp1 is required for activation of the 
inflammasome. PLoS pathogens 8: e1002638. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3315489&tool=pmcen
trez&rendertype=abstract. Accessed 5 March 2013. 

133.  Shimada K, Crother TR, Karlin J, Dagvadorj J, Chiba N, et al. (2012) Oxidized 
mitochondrial DNA activates the NLRP3 inflammasome during apoptosis. 
Immunity 36: 401–414. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/22342844. Accessed 22 March 2013. 

134.  Rossol M, Pierer M, Raulien N, Quandt D, Meusch U, et al. (2012) Extracellular 
Ca2+ is a danger signal activating the NLRP3 inflammasome through G protein-
coupled calcium sensing receptors. Nature communications 3: 1329. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3535422&tool=pmcen
trez&rendertype=abstract. Accessed 3 April 2013. 

135.  Bauernfeind F, Ablasser A, Bartok E, Kim S, Schmid-Burgk J, et al. (2011) 
Inflammasomes: current understanding and open questions. Cellular and molecular 
life sciences : CMLS 68: 765–783. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/21072676. Accessed 6 March 2013. 

136.  Vladimer GI, Marty-Roix R, Ghosh S, Weng D, Lien E (2013) Inflammasomes 
and host defenses against bacterial infections. Current opinion in microbiology 16: 
23–31. Available: http://www.ncbi.nlm.nih.gov/pubmed/23318142. Accessed 20 
March 2013. 

116 
 



 

137.  Bauernfeind F, Hornung V (2013) Of inflammasomes and pathogens - sensing of 
microbes by the inflammasome. EMBO molecular medicine. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/23666718. Accessed 21 May 2013. 

138.  Pedra JHF, Sutterwala FS, Sukumaran B, Ogura Y, Qian F, et al. (2007) 
ASC/PYCARD and caspase-1 regulate the IL-18/IFN-gamma axis during A. 
phagocytophilum infection. Journal of immunology (Baltimore, Md : 1950) 179: 
4783–4791. Available: http://www.ncbi.nlm.nih.gov/pubmed/17878377. 

139.  Allen IC, Wilson JE, Schneider M, Lich JD, Roberts R a, et al. (2012) NLRP12 
suppresses colon inflammation and tumorigenesis through the negative regulation 
of noncanonical NF-κB signaling. Immunity 36: 742–754. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/22503542. Accessed 28 March 2013. 

140.  Arthur JC, Lich JD, Ye Z, Allen IC, Gris D, et al. (2010) Cutting edge: NLRP12 
controls dendritic and myeloid cell migration to affect contact hypersensitivity. 
Journal of immunology (Baltimore, Md : 1950) 185: 4515–4519. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3641837&tool=pmcen
trez&rendertype=abstract. Accessed 17 May 2013. 

141.  Lich JD, Ting JP, Carolina N, Hill C (2008) proteins with negative regulatory 
functions. 9: 672–676. 

142.  Wang L, Manji G a, Grenier JM, Al-Garawi A, Merriam S, et al. (2002) PYPAF7, 
a novel PYRIN-containing Apaf1-like protein that regulates activation of NF-
kappa B and caspase-1-dependent cytokine processing. The Journal of biological 
chemistry 277: 29874–29880. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/12019269. Accessed 15 April 2013. 

143.  Zaki MH, Vogel P, Malireddi RKS, Body-Malapel M, Anand PK, et al. (2011) 
The NOD-like receptor NLRP12 attenuates colon inflammation and tumorigenesis. 
Cancer cell 20: 649–660. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/22094258. Accessed 4 March 2013. 

144.  Case CL (2011) Regulating caspase-1 during infection: roles of NLRs, AIM2, and 
ASC. The Yale journal of biology and medicine 84: 333–343. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3238316&tool=pmcen
trez&rendertype=abstract. 

145.  Rathinam VAK, Jiang Z, Waggoner SN, Sharma S, Cole LE, et al. (2010) The 
AIM2 inflammasome is essential for host defense against cytosolic bacteria and 
DNA viruses. Nature immunology 11: 395–402. Available: 
http://dx.doi.org/10.1038/ni.1864. Accessed 21 May 2013. 

146.  Kim S, Bauernfeind F, Ablasser A, Hartmann G, Fitzgerald K a, et al. (2010) 
Listeria monocytogenes is sensed by the NLRP3 and AIM2 inflammasome. 
European journal of immunology 40: 1545–1551. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3128919&tool=pmcen
trez&rendertype=abstract. Accessed 28 March 2013. 

147.  Elinav E, Strowig T, Kau AL, Henao-Mejia J, Thaiss CA, et al. (2011) NLRP6 
inflammasome regulates colonic microbial ecology and risk for colitis. Cell 145: 
745–757. Available: 

117 
 



 

http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3140910&tool=pmcen
trez&rendertype=abstract. Accessed 22 May 2013. 

148.  Anand PK, Malireddi RKS, Lukens JR, Vogel P, Bertin J, et al. (2012) NLRP6 
negatively regulates innate immunity and host defence against bacterial pathogens. 
Nature 488: 389–393. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3422416&tool=pmcen
trez&rendertype=abstract. Accessed 3 March 2013. 

149.  Khare S, Dorfleutner A, Bryan NB, Yun C, Radian AD, et al. (2012) An NLRP7-
containing inflammasome mediates recognition of microbial lipopeptides in human 
macrophages. Immunity 36: 464–476. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/22361007. Accessed 5 March 2013. 

150.  Guo X, Booth CJ, Paley M a, Wang X, DePonte K, et al. (2009) Inhibition of 
neutrophil function by two tick salivary proteins. Infection and immunity 77: 
2320–2329. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2687334&tool=pmcen
trez&rendertype=abstract. Accessed 17 May 2013. 

151.  Valenzuela JG, Charlab R, Mather TN, Ribeiro JM (2000) Purification, cloning, 
and expression of a novel salivary anticomplement protein from the tick, Ixodes 
scapularis. The Journal of biological chemistry 275: 18717–18723. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/10749868. Accessed 16 May 2013. 

152.  Soares CAG, Lima CMR, Dolan MC, Piesman J, Beard CB, et al. (2005) Capillary 
feeding of specific dsRNA induces silencing of the isac gene in nymphal Ixodes 
scapularis ticks. Insect molecular biology 14: 443–452. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/16033437. Accessed 20 May 2013. 

153.  Gillespie RD, Dolan MC, Piesman J, Titus RG (2001) Identification of an IL-2 
binding protein in the saliva of the Lyme disease vector tick, Ixodes scapularis. 
Journal of immunology (Baltimore, Md : 1950) 166: 4319–4326. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/11254684. 

154.  Das S, Banerjee G, DePonte K, Marcantonio N, Kantor FS, et al. (2001) Salp25D, 
an Ixodes scapularis antioxidant, is 1 of 14 immunodominant antigens in engorged 
tick salivary glands. The Journal of infectious diseases 184: 1056–1064. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/11574922. 

155.  Tyson K, Elkins C, Patterson H, Fikrig E, De Silva a (2007) Biochemical and 
functional characterization of Salp20, an Ixodes scapularis tick salivary protein 
that inhibits the complement pathway. Insect molecular biology 16: 469–479. 
Available: http://www.ncbi.nlm.nih.gov/pubmed/17651236. 

156.  Tyson KR, Elkins C, De Silva AM (2008) A Novel Mechanism of Complement 
Inhibition Unmasked by a Tick Salivary Protein That Binds to Properdin. J 
Immunol 180: 3964–3968. Available: 
http://www.jimmunol.org/content/180/6/3964.abstract?ijkey=8393ea7ede4078e94
d0a0c7939285cb2f37669aa&keytype2=tf_ipsecsha. Accessed 20 May 2013. 

157.  Kotsyfakis M, Sá-Nunes A, Francischetti IMB, Mather TN, Andersen JF, et al. 
(2006) Antiinflammatory and immunosuppressive activity of sialostatin L, a 
salivary cystatin from the tick Ixodes scapularis. The Journal of biological 

118 
 



 

chemistry 281: 26298–26307. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/16772304. Accessed 21 March 2013. 

158.  Kotsyfakis M, Karim S, Andersen JF, Mather TN, Ribeiro JMC (2007) Selective 
cysteine protease inhibition contributes to blood-feeding success of the tick Ixodes 
scapularis. The Journal of biological chemistry 282: 29256–29263. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/17698852. Accessed 18 May 2013. 

159.  Sá-Nunes A, Bafica A, Antonelli LR, Choi EY, Francischetti IMB, et al. (2009) 
The immunomodulatory action of sialostatin L on dendritic cells reveals its 
potential to interfere with autoimmunity. Journal of immunology (Baltimore, Md : 
1950) 182: 7422–7429. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2694955&tool=pmcen
trez&rendertype=abstract. Accessed 18 May 2013. 

160.  Alarcon-Chaidez FJ, Boppana VD, Hagymasi a T, Adler a J, Wikel SK (2009) A 
novel sphingomyelinase-like enzyme in Ixodes scapularis tick saliva drives host 
CD4 T cells to express IL-4. Parasite immunology 31: 210–219. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2748904&tool=pmcen
trez&rendertype=abstract. Accessed 18 May 2013. 

161.  Sá-nunes A, Bafica A, Lucas DA, Conrads P, Veenstra TD, et al. (2007) 
Prostaglandin E2 is a major inhibitor of dendritic cell maturation and function in 
Ixodes scapularis saliva. Journal of immunology 179: 1497–1505. 

162.  Oliveira CJF, Sá-Nunes A, Francischetti IMB, Carregaro V, Anatriello E, et al. 
(2011) Deconstructing tick saliva: non-protein molecules with potent 
immunomodulatory properties. The Journal of biological chemistry 286: 10960–
10969. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3064151&tool=pmcen
trez&rendertype=abstract. Accessed 29 March 2013. 

163.  Dai J, Narasimhan S, Zhang L, Liu L, Wang P, et al. (2010) Tick histamine release 
factor is critical for Ixodes scapularis engorgement and transmission of the lyme 
disease agent. PLoS pathogens 6: e1001205. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2991271&tool=pmcen
trez&rendertype=abstract. Accessed 16 May 2013. 

164.  Mulenga A, Macaluso KR, Simser J a, Azad AF (2003) The American dog tick, 
Dermacentor variabilis, encodes a functional histamine release factor homolog. 
Insect Biochemistry and Molecular Biology 33: 911–919. Available: 
http://linkinghub.elsevier.com/retrieve/pii/S0965174803000973. Accessed 16 May 
2013. 

165.  Bergman DK, Ramachandra RN, Wikel SK (1995) Dermacentor andersoni: 
salivary gland proteins suppressing T-lymphocyte responses to concanavalin A in 
vitro. Experimental parasitology 81: 262–271. Available: 
http://dx.doi.org/10.1006/expr.1995.1117. Accessed 20 May 2013. 

166.  Chmelar J, Oliveira CJ, Rezacova P, Francischetti IMB, Kovarova Z, et al. (2011) 
A tick salivary protein targets cathepsin G and chymase and inhibits host 
inflammation and platelet aggregation. Blood 117: 736–744. Available: 

119 
 



 

http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3031492&tool=pmcen
trez&rendertype=abstract. Accessed 18 May 2013. 

167.  Schroeder H, Daix V, Gillet L, Renauld J-C, Vanderplasschen A (2007) The 
paralogous salivary anti-complement proteins IRAC I and IRAC II encoded by 
Ixodes ricinus ticks have broad and complementary inhibitory activities against the 
complement of different host species. Microbes and infection / Institut Pasteur 9: 
247–250. Available: http://www.ncbi.nlm.nih.gov/pubmed/17223370. Accessed 18 
May 2013. 

168.  Prevot P-P, Beschin A, Lins L, Beaufays J, Grosjean A, et al. (2009) Exosites 
mediate the anti-inflammatory effects of a multifunctional serpin from the saliva of 
the tick Ixodes ricinus. The FEBS journal 276: 3235–3246. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/19438720. Accessed 21 March 2013. 

169.  Beaufays J, Adam B, Menten-Dedoyart C, Fievez L, Grosjean A, et al. (2008) Ir-
LBP, an ixodes ricinus tick salivary LTB4-binding lipocalin, interferes with host 
neutrophil function. PloS one 3: e3987. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2600610&tool=pmcen
trez&rendertype=abstract. Accessed 25 April 2013. 

170.  Hannier S, Liversidge J, Sternberg JM, Bowman AS (2004) Characterization of the 
B-cell inhibitory protein factor in Ixodes ricinus tick saliva: a potential role in 
enhanced Borrelia burgdoferi transmission. Immunology 113: 401–408. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=1782588&tool=pmcen
trez&rendertype=abstract. Accessed 18 May 2013. 

171.  Schuijt TJ, Coumou J, Narasimhan S, Dai J, Deponte K, et al. (2011) A tick 
mannose-binding lectin inhibitor interferes with the vertebrate complement 
cascade to enhance transmission of the lyme disease agent. Cell host microbe 10: 
136–146. Available: http://www.ncbi.nlm.nih.gov/pubmed/21843870. Accessed 17 
March 2013. 

172.  Hovius JWR, De Jong M a WP, Den Dunnen J, Litjens M, Fikrig E, et al. (2008) 
Salp15 binding to DC-SIGN inhibits cytokine expression by impairing both 
nucleosome remodeling and mRNA stabilization. PLoS pathogens 4: e31. 
Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2242833&tool=pmcen
trez&rendertype=abstract. Accessed 18 May 2013. 

173.  Anguita J, Ramamoorthi N, Hovius JWR, Das S, Thomas V, et al. (2002) Salp15, 
an ixodes scapularis salivary protein, inhibits CD4(+) T cell activation. Immunity 
16: 849–859. Available: http://www.ncbi.nlm.nih.gov/pubmed/12121666. 

174.  Garg R, Juncadella IJ, Ramamoorthi N, Ashish, Ananthanarayanan SK, et al. 
(2006) Cutting edge: CD4 is the receptor for the tick saliva immunosuppressor, 
Salp15. Journal of immunology (Baltimore, Md : 1950) 177: 6579–6583. 
Available: http://www.ncbi.nlm.nih.gov/pubmed/17082567. 

175.  Paesen GC, Adams PL, Harlos K, Nuttall P a, Stuart DI (1999) Tick histamine-
binding proteins: isolation, cloning, and three-dimensional structure. Molecular 
cell 3: 661–671. Available: http://www.ncbi.nlm.nih.gov/pubmed/10360182. 

120 
 



 

176.  Sangamnatdej S, Paesen GC, Slovak M, Nuttall P a (2002) A high affinity 
serotonin- and histamine-binding lipocalin from tick saliva. Insect molecular 
biology 11: 79–86. Available: http://www.ncbi.nlm.nih.gov/pubmed/11841505. 

177.  Andersen JF, Gudderra NP, Francischetti IMB, Ribeiro JMC (2005) The role of 
salivary lipocalins in blood feeding by Rhodnius prolixus. Archives of insect 
biochemistry and physiology 58: 97–105. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2915583&tool=pmcen
trez&rendertype=abstract. Accessed 16 May 2013. 

178.  Gazos-Lopes F, Mesquita RD, Silva-Cardoso L, Senna R, Silveira AB, et al. 
(2012) Glycoinositolphospholipids from Trypanosomatids subvert nitric oxide 
production in Rhodnius prolixus salivary glands. PloS one 7: e47285. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3471836&tool=pmcen
trez&rendertype=abstract. Accessed 16 May 2013. 

179.  Wang H, Nuttall PA (1995) Immunoglobulin-G binding proteins in the ixodid 
ticks, Rhipicephalus appendiculatus, Amblyomma variegatum and Ixodes 
hexagonus. Parasitology 111 ( Pt 2: 161–165. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/7675530. Accessed 18 May 2013. 

180.  Wang H, Paesen GC, Nuttall PA, Barbour AG (1998) Male ticks help their mates 
to feed. Nature 391: 753–754. Available: http://dx.doi.org/10.1038/35773. 
Accessed 20 May 2013. 

181.  Wang H, Nuttall PA (1999) Immunoglobulin-binding proteins in ticks: new target 
for vaccine development against a blood-feeding parasite. Cellular and molecular 
life sciences : CMLS 56: 286–295. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/11212356. Accessed 20 May 2013. 

182.  Hall LR, Titus RG (1995) Vector Saliva Selectively Modulates Macrophage 
Functions That Inhibit Killing of. 

183.  Katz O, Waitumbi JN, Zer R, Warburg a (2000) Adenosine, AMP, and protein 
phosphatase activity in sandfly saliva. The American journal of tropical medicine 
and hygiene 62: 145–150. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/10761741. 

184.  Frauenschuh A, Power CA, Déruaz M, Ferreira BR, Silva JS, et al. (2007) 
Molecular cloning and characterization of a highly selective chemokine-binding 
protein from the tick Rhipicephalus sanguineus. The Journal of biological 
chemistry 282: 27250–27258. Available: 
http://www.jbc.org/content/282/37/27250.abstract?ijkey=a9cdec21eaef7977ab43fd
8062de76f2fbb58047&keytype2=tf_ipsecsha. Accessed 20 May 2013. 

185.  Déruaz M, Frauenschuh A, Alessandri AL, Dias JM, Coelho FM, et al. (2008) 
Ticks produce highly selective chemokine binding proteins with antiinflammatory 
activity. The Journal of experimental medicine 205: 2019–2031. Available: 
http://jem.rupress.org/content/205/9/2019.abstract?ijkey=c5d1d6859c8216a04935
834dc924eebd85114da0&keytype2=tf_ipsecsha. Accessed 21 March 2013. 

186.  Calvo E, Mans BJ, Andersen JF, Ribeiro JMC (2006) Function and evolution of a 
mosquito salivary protein family. The Journal of biological chemistry 281: 1935–

121 
 



 

1942. Available: http://www.ncbi.nlm.nih.gov/pubmed/16301315. Accessed 16 
May 2013. 

187.  Zeidner NS, Higgs S, Happ CM, Beaty BJ, Miller BR (1999) Mosquito feeding 
modulates Th1 and Th2 cytokines in flavivirus susceptible mice: an effect 
mimicked by injection of sialokinins, but not demonstrated in flavivirus resistant 
mice. Parasite immunology 21: 35–44. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/10081770. 

188.  Leboulle G, Crippa M, Decrem Y, Mejri N, Brossard M, et al. (2002) 
Characterization of a novel salivary immunosuppressive protein from Ixodes 
ricinus ticks. The Journal of biological chemistry 277: 10083–10089. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/11792703. Accessed 23 April 2013. 

189.  Schuijt TJ, Hovius JWR, Van Burgel ND, Ramamoorthi N, Fikrig E, et al. (2008) 
The tick salivary protein Salp15 inhibits the killing of serum-sensitive Borrelia 
burgdorferi sensu lato isolates. Infection and immunity 76: 2888–2894. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2446733&tool=pmcen
trez&rendertype=abstract. Accessed 16 May 2013. 

190.  Ullmann a J, Dolan MC, Sackal C a, Fikrig E, Piesman J, et al. (2013) 
Immunization with adenoviral-vectored tick salivary gland proteins (SALPs) in a 
murine model of Lyme borreliosis. Ticks and tick-borne diseases 4: 160–163. 
Available: http://www.ncbi.nlm.nih.gov/pubmed/23141105. Accessed 16 May 
2013. 

191.  Daix V, Schroeder H, Praet N, Georgin J-P, Chiappino I, et al. (2007) Ixodes ticks 
belonging to the Ixodes ricinus complex encode a family of anticomplement 
proteins. Insect molecular biology 16: 155–166. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/17298559. Accessed 16 May 2013. 

192.  Lögdberg L, Wester L (2000) Immunocalins: a lipocalin subfamily that modulates 
immune and inflammatory responses. Biochimica et biophysica acta 1482: 284–
297. Available: http://www.ncbi.nlm.nih.gov/pubmed/23159059. 

193.  Rikihisa Y (2010) A. phagocytophilum and Ehrlichia chaffeensis: subversive 
manipulators of host cells. Nature reviews Microbiology 8: 328–339. Available: 
http://dx.doi.org/10.1038/nrmicro2318. Accessed 27 May 2013. 

194.  Dumler JS (2012) The biological basis of severe outcomes in A. phagocytophilum 
infection. FEMS immunology and medical microbiology 64: 13–20. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3256277&tool=pmcen
trez&rendertype=abstract. Accessed 27 May 2013. 

195.  Browning MD, Garyu JW, Dumler JS, Scorpio DG (2006) Role of reactive 
nitrogen species in development of hepatic injury in a C57bl/6 mouse model of 
human granulocytic anaplasmosis. Comparative medicine 56: 55–62. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/16521860. Accessed 27 May 2013. 

196.  Martin ME, Caspersen K, Dumler JS (2001) Immunopathology and ehrlichial 
propagation are regulated by interferon-gamma and interleukin-10 in a murine 
model of human granulocytic ehrlichiosis. The American journal of pathology 
158: 1881–1888. Available: 

122 
 



 

http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=1891945&tool=pmcen
trez&rendertype=abstract. Accessed 27 May 2013. 

197.  Scorpio DG, Von Loewenich FD, Göbel H, Bogdan C, Dumler JS (2006) Innate 
immune response to A. phagocytophilum contributes to hepatic injury. Clinical and 
vaccine immunology : CVI 13: 806–809. Available: 
http://cvi.asm.org/content/13/7/806.abstract?ijkey=6450c00aae79666ee879dafc30
b56726f3bf628c&keytype2=tf_ipsecsha. Accessed 27 May 2013. 

198.  Von Loewenich FD, Scorpio DG, Reischl U, Dumler JS, Bogdan C (2004) 
Frontline: control of A. phagocytophilum, an obligate intracellular pathogen, in the 
absence of inducible nitric oxide synthase, phagocyte NADPH oxidase, tumor 
necrosis factor, Toll-like receptor (TLR)2 and TLR4, or the TLR adaptor molecule 
MyD88. European journal of immunology 34: 1789–1797. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/15214027. Accessed 27 May 2013. 

199.  Birkner K, Steiner B, Rinkler C, Kern Y, Aichele P, et al. (2008) The elimination 
of A. phagocytophilum requires CD4+ T cells, but is independent of Th1 cytokines 
and a wide spectrum of effector mechanisms. European journal of immunology 38: 
3395–3410. Available: http://www.ncbi.nlm.nih.gov/pubmed/19039769. Accessed 
27 May 2013. 

200.  Pedra JHF, Mattner J, Tao J, Kerfoot SM, Davis RJ, et al. (2008) c-Jun NH2-
terminal kinase 2 inhibits gamma interferon production during A. phagocytophilum 
infection. Infection and immunity 76: 308–316. Available: 
http://iai.asm.org/content/76/1/308.abstract?ijkey=62a864fc756291df006a596c22a
4e9258fa1a8eb&keytype2=tf_ipsecsha. Accessed 27 May 2013. 

201.  Akkoyunlu M, Fikrig E (2000) Gamma Interferon Dominates the Murine Cytokine 
Response to the Agent of Human Granulocytic Ehrlichiosis and Helps To Control 
the Degree of Early Rickettsemia. Infection and Immunity 68: 1827–1833. 
Available: 
http://iai.asm.org/content/68/4/1827.abstract?ijkey=d75b941c5ac8fa90280433830
8521eb900417fca&keytype2=tf_ipsecsha. Accessed 27 May 2013. 

202.  Dumler JS, Barat NC, Barat CE, Bakken JS (2007) Human granulocytic 
anaplasmosis and macrophage activation. Clinical infectious diseases : an official 
publication of the Infectious Diseases Society of America 45: 199–204. Available: 
http://cid.oxfordjournals.org/content/45/2/199.full. Accessed 27 May 2013. 

203.  Johns JL, Borjesson DL (2012) Downregulation of CXCL12 signaling and altered 
hematopoietic stem and progenitor cell trafficking in a murine model of acute A. 
phagocytophilum infection. Innate immunity 18: 418–428. Available: 
http://ini.sagepub.com/content/18/3/418.abstract?ijkey=b26de35bc00660eb61929b
a81fe2d12ed9bd033c&keytype2=tf_ipsecsha. Accessed 27 May 2013. 

204.  Johns JL, Macnamara KC, Walker NJ, Winslow GM, Borjesson DL (2009) 
Infection with A. phagocytophilum induces multilineage alterations in 
hematopoietic progenitor cells and peripheral blood cells. Infection and immunity 
77: 4070–4080. Available: 
http://iai.asm.org/content/77/9/4070.abstract?ijkey=0dd8dd1bd5c1dd92d8c11906f
6b0edc42266fa7f&keytype2=tf_ipsecsha. Accessed 27 May 2013. 

123 
 



 

205.  Pedra JHF, Tao J, Sutterwala FS, Sukumaran B, Berliner N, et al. (2007) IL-
12/23p40-dependent clearance of A. phagocytophilum in the murine model of 
human anaplasmosis. FEMS immunology and medical microbiology 50: 401–410. 
Available: http://www.ncbi.nlm.nih.gov/pubmed/17521390. Accessed 27 May 
2013. 

206.  Schaff UY, Trott KA, Chase S, Tam K, Johns JL, et al. (2010) Neutrophils 
exposed to A. phagocytophilum under shear stress fail to fully activate, polarize, 
and transmigrate across inflamed endothelium. American journal of physiology 
Cell physiology 299: C87–96. Available: 
http://ajpcell.physiology.org/content/299/1/C87.abstract?ijkey=ef49832fa9a4eadf9
d4a70d408264a18946e1073&keytype2=tf_ipsecsha. Accessed 27 May 2013. 

207.  Bussmeyer U, Sarkar A, Broszat K, Lüdemann T, Möller S, et al. (2010) 
Impairment of gamma interferon signaling in human neutrophils infected with A. 
phagocytophilum. Infection and immunity 78: 358–363. Available: 
http://iai.asm.org/content/78/1/358.abstract?ijkey=e71904318c489b06723caf9f5ce
a4511c5c2c83b&keytype2=tf_ipsecsha. Accessed 27 May 2013. 

208.  Park J, Choi K-S, Grab DJ, Dumler JS (2003) Divergent Interactions of Ehrlichia 
chaffeensis- and A. phagocytophilum-Infected Leukocytes with Endothelial Cell 
Barriers. Infection and Immunity 71: 6728–6733. Available: 
http://iai.asm.org/content/71/12/6728.abstract?ijkey=b49ef1f510e30ec6a32df935d
a6b493137bf74af&keytype2=tf_ipsecsha. Accessed 27 May 2013. 

209.  Choi K-S, Garyu J, Park J, Dumler JS (2003) Diminished Adhesion of A. 
phagocytophilum-Infected Neutrophils to Endothelial Cells Is Associated with 
Reduced Expression of Leukocyte Surface Selectin. Infection and Immunity 71: 
4586–4594. Available: 
http://iai.asm.org/content/71/8/4586.abstract?ijkey=989afec3682db7684d1e63b8a6
52980bf72f83e7&keytype2=tf_ipsecsha. Accessed 27 May 2013. 

210.  Garyu JWA, Choi K, Grab DJ, Dumler JS (2005) Defective phagocytosis in A. 
phagocytophilum-infected neutrophils. Infection and immunity 73: 1187–1190. 
Available: 
http://iai.asm.org/content/73/2/1187.abstract?ijkey=0a7e212fd0a651726b0215d67
d81be3898a0c670&keytype2=tf_ipsecsha. Accessed 27 May 2013. 

211.  Choi K-S, Scorpio DG, Dumler JS (2004) A. phagocytophilum ligation to toll-like 
receptor (TLR) 2, but not to TLR4, activates macrophages for nuclear factor-kappa 
B nuclear translocation. The Journal of infectious diseases 189: 1921–1925. 
Available: http://jid.oxfordjournals.org/content/189/10/1921.full. Accessed 27 
May 2013. 

212.  Lepidi H, Bunnell J, Martin M, Madigan J, Stuen S, et al. (2000) Comparative 
pathology, and immunohistology associated with clinical illness after Ehrlichia 
phagocytophila-group infections. Am J Trop Med Hyg 62: 29–37. Available: 
http://www.ajtmh.org/content/62/1/29.abstract?ijkey=6faf30ffe159433d2ea06beb6
ea0ee21b07f9d3b&keytype2=tf_ipsecsha. Accessed 27 May 2013. 

213.  Martin ME, Bunnell JE, Dumler JS (2000) Pathology, immunohistology, and 
cytokine responses in early phases of human granulocytic ehrlichiosis in a murine 

124 
 



 

model. The Journal of infectious diseases 181: 374–378. Available: 
http://jid.oxfordjournals.org/content/181/1/374.full. Accessed 27 May 2013. 

214.  Ulland TK, Buchan BW, Ketterer MR, Fernandes-Alnemri T, Meyerholz DK, et 
al. (2010) Cutting edge: mutation of Francisella tularensis mviN leads to increased 
macrophage absent in melanoma 2 inflammasome activation and a loss of 
virulence. Journal of immunology (Baltimore, Md : 1950) 185: 2670–2674. 
Available: 
http://www.jimmunol.org/content/185/5/2670.abstract?ijkey=40adc1c6cd4fa6494b
3fd65760a62a2f5e207291&keytype2=tf_ipsecsha. Accessed 27 May 2013. 

215.  Felsheim RF, Herron MJ, Nelson CM, Burkhardt NY, Barbet AF, et al. (2006) 
Transformation of A. phagocytophilum. BMC biotechnology 6: 42. Available: 
http://www.biomedcentral.com/1472-6750/6/42. Accessed 27 May 2013. 

216.  Carver T, Berriman M, Tivey A, Patel C, Böhme U, et al. (2008) Artemis and 
ACT: viewing, annotating and comparing sequences stored in a relational 
database. Bioinformatics (Oxford, England) 24: 2672–2676. Available: 
http://bioinformatics.oxfordjournals.org/content/24/23/2672.abstract?ijkey=c89cce
d333727300b144a9394fcec85e63fff6e1&keytype2=tf_ipsecsha. Accessed 27 May 
2013. 

217.  Eisenbarth SC, Colegio OR, O’Connor W, Sutterwala FS, Flavell RA (2008) 
Crucial role for the Nalp3 inflammasome in the immunostimulatory properties of 
aluminium adjuvants. Nature 453: 1122–1126. Available: 
http://dx.doi.org/10.1038/nature06939. Accessed 25 May 2013. 

218.  Lutz MB, Kukutsch N, Ogilvie AL., Rößner S, Koch F, et al. (1999) An advanced 
culture method for generating large quantities of highly pure dendritic cells from 
mouse bone marrow. Journal of Immunological Methods 223: 77–92. Available: 
http://dx.doi.org/10.1016/S0022-1759(98)00204-X. Accessed 27 May 2013. 

219.  Dostert C, Pétrilli V, Van Bruggen R, Steele C, Mossman BT, et al. (2008) Innate 
immune activation through Nalp3 inflammasome sensing of asbestos and silica. 
Science (New York, NY) 320: 674–677. Available: 
http://www.sciencemag.org/content/320/5876/674.abstract. Accessed 27 May 
2013. 

220.  Brodsky IE, Medzhitov R (2009) Targeting of immune signalling networks by 
bacterial pathogens. Nature cell biology 11: 521–526. Available: 
http://dx.doi.org/10.1038/ncb0509-521. Accessed 27 May 2013. 

221.  Martinon F, Mayor A, Tschopp J (2009) The inflammasomes: guardians of the 
body. Annual review of immunology 27: 229–265. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/19302040. Accessed 28 February 2013. 

222.  Morgan MJ, Liu Z (2011) Crosstalk of reactive oxygen species and NF-κB 
signaling. Cell research 21: 103–115. Available: 
http://dx.doi.org/10.1038/cr.2010.178. Accessed 27 May 2013. 

223.  Choi K-S, Webb T, Oelke M, Scorpio DG, Dumler JS (2007) Differential innate 
immune cell activation and proinflammatory response in A. phagocytophilum 
infection. Infection and immunity 75: 3124–3130. Available: 

125 
 



 

http://iai.asm.org/content/75/6/3124.abstract?ijkey=9c9f13fd76613e14412cef571e
cf77179001070a&keytype2=tf_ipsecsha. Accessed 27 May 2013. 

224.  Ehlers S (2004) Commentary: adaptive immunity in the absence of innate immune 
responses? The un-Tolled truth of the silent invaders. European journal of 
immunology 34: 1783–1788. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/15214026. Accessed 27 May 2013. 

225.  Scorpio DG, Von Loewenich FD, Bogdan C, Dumler JS (2005) Innate immune 
tissue injury and murine HGA: tissue injury in the murine model of granulocytic 
anaplasmosis relates to host innate immune response and not pathogen load. 
Annals of the New York Academy of Sciences 1063: 425–428. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/16481553. Accessed 27 May 2013. 

226.  Sun W, IJdo JW, Telford SR, Hodzic E, Zhang Y, et al. (1997) Immunization 
against the agent of human granulocytic ehrlichiosis in a murine model. The 
Journal of clinical investigation 100: 3014–3018. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=508513&tool=pmcentr
ez&rendertype=abstract. Accessed 27 May 2013. 

227.  Dumler JS, Madigan JE, Pusterla N, Bakken JS (2007) Ehrlichioses in humans: 
epidemiology, clinical presentation, diagnosis, and treatment. Clinical infectious 
diseases : an official publication of the Infectious Diseases Society of America 45 
Suppl 1: S45–51. Available: 
http://cid.oxfordjournals.org/content/45/Supplement_1/S45.full. Accessed 27 May 
2013. 

228.  Thomas RJ, Dumler JS, Carlyon JA (2009) Current management of human 
granulocytic anaplasmosis, human monocytic ehrlichiosis and Ehrlichia ewingii 
ehrlichiosis. Expert review of anti-infective therapy 7: 709–722. Available: 
http://www.expert-reviews.com/doi/abs/10.1586/eri.09.44. Accessed 27 May 
2013. 

229.  Goodman JL, Nelson CM, Klein MB, Hayes SF, Weston BW (1999) Leukocyte 
infection by the granulocytic ehrlichiosis agent is linked to expression of a selectin 
ligand. The Journal of clinical investigation 103: 407–412. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=407896&tool=pmcentr
ez&rendertype=abstract. Accessed 27 May 2013. 

230.  Herron MJ (2000) Intracellular Parasitism by the Human Granulocytic Ehrlichiosis 
Bacterium Through the P-Selectin Ligand, PSGL-1. Science 288: 1653–1656. 
Available: http://www.sciencemag.org/content/288/5471/1653.abstract. Accessed 
27 May 2013. 

231.  Carlyon JA, Akkoyunlu M, Xia L, Yago T, Wang T, et al. (2003) Murine 
neutrophils require alpha1,3-fucosylation but not PSGL-1 for productive infection 
with A. phagocytophilum. Blood 102: 3387–3395. Available: 
http://bloodjournal.hematologylibrary.org/content/102/9/3387.abstract?ijkey=06c3
54aa8cde52ed5c343c5864a2b1cdf40b6e06&keytype2=tf_ipsecsha. Accessed 27 
May 2013. 

232.  Reneer D V, Kearns SA, Yago T, Sims J, Cummings RD, et al. (2006) 
Characterization of a sialic acid- and P-selectin glycoprotein ligand-1-independent 

126 
 



 

adhesin activity in the granulocytotropic bacterium A. phagocytophilum. Cellular 
microbiology 8: 1972–1984. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/16869829. Accessed 27 May 2013. 

233.  Sarkar M, Reneer D V, Carlyon JA (2007) Sialyl-Lewis x-independent infection of 
human myeloid cells by A. phagocytophilum strains HZ and HGE1. Infection and 
immunity 75: 5720–5725. Available: 
http://iai.asm.org/content/75/12/5720.abstract?ijkey=f695170f651852e666d2ba6f9
28be9e68d397c6d&keytype2=tf_ipsecsha. Accessed 27 May 2013. 

234.  Von Moltke J, Ayres JS, Kofoed EM, Chavarría-Smith J, Vance RE (2012) 
Recognition of Bacteria by Inflammasomes. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/23215645. Accessed 4 March 2013. 

235.  Rathinam V a K, Vanaja SK, Fitzgerald K a (2012) Regulation of inflammasome 
signaling. Nature immunology 13: 333–2. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3523703&tool=pmcen
trez&rendertype=abstract. Accessed 28 February 2013. 

236.  Lamkanfi M (2011) Emerging inflammasome effector mechanisms. Nature 
reviews Immunology 11: 213–220. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/21350580. Accessed 28 February 2013. 

237.  Miao EA, Rajan J V (2011) Salmonella and Caspase-1: A complex Interplay of 
Detection and Evasion. Frontiers in microbiology 2: 85. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3153046&tool=pmcen
trez&rendertype=abstract. Accessed 27 May 2013. 

238.  Francischetti IMB, Sa-Nunes A, Mans BJ, Santos IM, Ribeiro JMC (2009) The 
role of saliva in tick feeding. Frontiers in bioscience : a journal and virtual library 
14: 2051–2088. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2785505&tool=pmcen
trez&rendertype=abstract. Accessed 27 May 2013. 

239.  Andersen JF (2010) Structure and mechanism in salivary proteins from blood-
feeding arthropods. Toxicon : official journal of the International Society on 
Toxinology 56: 1120–1129. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2889010&tool=pmcen
trez&rendertype=abstract. Accessed 27 May 2013. 

240.  Chmelar J, Calvo E, Pedra JHF, Francischetti IMB, Kotsyfakis M (2012) Tick 
salivary secretion as a source of antihemostatics. Journal of proteomics 75: 3842–
3854. Available: http://www.ncbi.nlm.nih.gov/pubmed/22564820. Accessed 27 
May 2013. 

241.  Valenzuela JG (2004) Exploring tick saliva: from biochemistry to “sialomes” and 
functional genomics. Parasitology 129 Suppl: S83–94. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/15938506. Accessed 27 May 2013. 

242.  Paesen GC, Adams PL, Nuttall P a, Stuart DL (2000) Tick histamine-binding 
proteins: lipocalins with a second binding cavity. Biochimica et biophysica acta 
1482: 92–101. Available: http://www.ncbi.nlm.nih.gov/pubmed/11058751. 

243.  Hovius JWR, Levi M, Fikrig E (2008) Salivating for knowledge: potential 
pharmacological agents in tick saliva. PLoS medicine 5: e43. Available: 

127 
 



 

http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2235897&tool=pmcen
trez&rendertype=abstract. Accessed 27 May 2013. 

244.  Brossard M, Wikel SK (2004) Tick immunobiology. Parasitology 129: S161–
S176. Available: 
http://www.journals.cambridge.org/abstract_S0031182004004834. Accessed 21 
March 2013. 

245.  Bowman AS, Sauer JR (2004) Tick salivary glands: function, physiology and 
future. Parasitology 129 Suppl: S67–81. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/15938505. Accessed 27 May 2013. 

246.  Kaufman WR (1989) Tick-host interaction: a synthesis of current concepts. 
Parasitology today (Personal ed) 5: 47–56. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/15463179. Accessed 27 May 2013. 

247.  Ribeiro JM (1989) Role of saliva in tick/host interactions. Experimental & applied 
acarology 7: 15–20. Available: http://www.ncbi.nlm.nih.gov/pubmed/2667917. 
Accessed 27 May 2013. 

248.  Nuttall PA (1998) Displaced tick-parasite interactions at the host interface. 
Parasitology 116 Suppl: S65–72. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/9695111. Accessed 27 May 2013. 

249.  Wikel SK (1999) Tick modulation of host immunity: an important factor in 
pathogen transmission. International journal for parasitology 29: 851–859. 
Available: http://www.ncbi.nlm.nih.gov/pubmed/10480722. Accessed 27 May 
2013. 

250.  Bowman AS, Dillwith JW, Sauer JR (1996) Tick salivary prostaglandins: 
Presence, origin and significance. Parasitology today (Personal ed) 12: 388–396. 
Available: http://www.ncbi.nlm.nih.gov/pubmed/15275289. Accessed 27 May 
2013. 

251.  Ashish, Juncadella IJ, Garg R, Boone CD, Anguita J, et al. (2008) Conformational 
rearrangement within the soluble domains of the CD4 receptor is ligand-specific. 
The Journal of biological chemistry 283: 2761–2772. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/18045872. Accessed 27 May 2013. 

252.  Juncadella IJ, Garg R, Ananthnarayanan SK, Yengo CM, Anguita J (2007) T-cell 
signaling pathways inhibited by the tick saliva immunosuppressor, Salp15. FEMS 
immunology and medical microbiology 49: 433–438. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/17343683. Accessed 27 May 2013. 

253.  Titus RG, Ribeiro JM (1988) Salivary gland lysates from the sand fly Lutzomyia 
longipalpis enhance Leishmania infectivity. Science (New York, NY) 239: 1306–
1308. Available: http://www.ncbi.nlm.nih.gov/pubmed/3344436. Accessed 27 
May 2013. 

254.  Vaughan JA, Scheller LF, Wirtz RA, Azad AF (1999) Infectivity of Plasmodium 
berghei Sporozoites Delivered by Intravenous Inoculation versus Mosquito Bite: 
Implications for Sporozoite Vaccine Trials. Infect Immun 67: 4285–4289. 
Available: http://iai.asm.org/content/67/8/4285.full. Accessed 27 May 2013. 

255.  Styer LM, Lim P-Y, Louie KL, Albright RG, Kramer LD, et al. (2011) Mosquito 
saliva causes enhancement of West Nile virus infection in mice. Journal of 

128 
 



 

virology 85: 1517–1527. Available: http://jvi.asm.org/content/85/4/1517.short. 
Accessed 27 May 2013. 

256.  Osorio JE, Godsey MS, Defoliart GR, Yuill TM (1996) La Crosse viremias in 
white-tailed deer and chipmunks exposed by injection or mosquito bite. The 
American journal of tropical medicine and hygiene 54: 338–342. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/8615443. Accessed 27 May 2013. 

257.  Edwards JF, Higgs S, Beaty BJ (1998) Mosquito feeding-induced enhancement of 
Cache Valley Virus (Bunyaviridae) infection in mice. Journal of medical 
entomology 35: 261–265. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/9615544. Accessed 27 May 2013. 

258.  De Silva AM, Tyson KR, Pal U (2009) Molecular characterization of the tick-
Borrelia interface. Frontiers in bioscience : a journal and virtual library 14: 3051–
3063. Available: http://www.ncbi.nlm.nih.gov/pubmed/19273256. Accessed 27 
May 2013. 

259.  Ramamoorthi N, Narasimhan S, Pal U, Bao F, Yang XF, et al. (2005) The Lyme 
disease agent exploits a tick protein to infect the mammalian host. Nature 436: 
573–577. Available: http://www.ncbi.nlm.nih.gov/pubmed/16049492. Accessed 27 
May 2013. 

260.  Kotsyfakis M, Horka H, Salat J, Andersen JF (2010) The crystal structures of two 
salivary cystatins from the tick Ixodes scapularis and the effect of these inhibitors 
on the establishment of Borrelia burgdorferi infection in a murine model. 
Molecular microbiology 77: 456–470. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2909360&tool=pmcen
trez&rendertype=abstract. Accessed 7 May 2013. 

261.  Lieskovská J, Kopecký J (2012) Tick saliva suppresses IFN signalling in dendritic 
cells upon Borrelia afzelii infection. Parasite immunology 34: 32–39. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/22097894. Accessed 27 May 2013. 

262.  Lieskovska J, Kopecky J (n.d.) Effect of tick saliva on signalling pathways 
activated by TLR-2 ligand and Borrelia afzelii in dendritic cells. Parasite 
immunology 34: 421–429. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/22709526. Accessed 22 May 2013. 

263.  Labuda M, Trimnell AR, Licková M, Kazimírová M, Davies GM, et al. (2006) An 
antivector vaccine protects against a lethal vector-borne pathogen. PLoS pathogens 
2: e27. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=1424664&tool=pmcen
trez&rendertype=abstract. Accessed 27 May 2013. 

264.  Chen G, Severo MS, Sohail M, Sakhon OS, Wikel SK, et al. (2012) Ixodes 
scapularis saliva mitigates inflammatory cytokine secretion during A. 
phagocytophilum stimulation of immune cells. Parasites & Vectors 5: 1. Available: 
Parasites & Vectors. 

265.  Ulland TK, Janowski AM, Buchan BW, Faron M, Cassel SL, et al. (2013) 
Francisella tularensis live vaccine strain folate metabolism and pseudouridine 
synthase gene mutants modulate macrophage caspase-1 activation. Infection and 

129 
 



 

immunity 81: 201–208. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/23115038. Accessed 29 May 2013. 

266.  Johnson CR, Kitz D, Little JR (1983) A method for the derivation and continuous 
propagation of cloned murine bone marrow macrophages. Journal of 
immunological methods 65: 319–332. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/6655248. Accessed 29 May 2013. 

267.  Kotsyfakis M, Anderson JM, Andersen JF, Calvo E, Francischetti IMB, et al. 
(2008) Cutting edge: Immunity against a “silent” salivary antigen of the Lyme 
vector Ixodes scapularis impairs its ability to feed. Journal of immunology 
(Baltimore, Md : 1950) 181: 5209–5212. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2562228&tool=pmcen
trez&rendertype=abstract. Accessed 27 May 2013. 

268.  Ribeiro JMC, Zeidner NS, Ledin K, Dolan MC, Mather TN (2004) How much 
pilocarpine contaminates pilocarpine-induced tick saliva? Medical and veterinary 
entomology 18: 20–24. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/15009442. Accessed 27 May 2013. 

269.  Jounai N, Kobiyama K, Shiina M, Ogata K, Ishii KJ, et al. (2011) NLRP4 
negatively regulates autophagic processes through an association with beclin1. 
Journal of immunology (Baltimore, Md : 1950) 186: 1646–1655. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/21209283. Accessed 30 May 2013. 

270.  Ting JPY, Duncan JA, Lei Y (2010) How the noninflammasome NLRs function in 
the innate immune system. Science (New York, NY) 327: 286–290. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/20075243. Accessed 27 May 2013. 

271.  Oeckinghaus A, Hayden MS, Ghosh S (2011) Crosstalk in NF-κB signaling 
pathways. Nature immunology 12: 695–708. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/21772278. Accessed 25 May 2013. 

272.  Dunning Hotopp JC, Lin M, Madupu R, Crabtree J, Angiuoli S V, et al. (2006) 
Comparative genomics of emerging human ehrlichiosis agents. PLoS genetics 2: 
e21. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=1366493&tool=pmcen
trez&rendertype=abstract. Accessed 27 May 2013. 

273.  Severo MS, Stephens KD, Kotsyfakis M (2012) A. phagocytophilum:: 719–731. 
274.  LaRock CN, Cookson BT (2012) The Yersinia virulence effector YopM binds 

caspase-1 to arrest inflammasome assembly and processing. Cell host & microbe 
12: 799–805. Available: http://www.ncbi.nlm.nih.gov/pubmed/23245324. 
Accessed 27 May 2013. 

275.  Newton K, Dixit VM (2012) Signaling in innate immunity and inflammation. Cold 
Spring Harbor perspectives in biology 4. Available: 
http://cshperspectives.cshlp.org/content/4/3/a006049.full. Accessed 26 May 2013. 

276.  Pagel Van Zee J, Geraci NS, Guerrero FD, Wikel SK, Stuart JJ, et al. (2007) Tick 
genomics: the Ixodes genome project and beyond. International journal for 
parasitology 37: 1297–1305. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/17624352. Accessed 27 May 2013. 

130 
 



 

277.  Ramachandra RN, Wikel SK (1992) Modulation of host-immune responses by 
ticks (Acari: Ixodidae): effect of salivary gland extracts on host macrophages and 
lymphocyte cytokine production. Journal of medical entomology 29: 818–826. 
Available: http://www.ncbi.nlm.nih.gov/pubmed/1404261. Accessed 27 May 
2013. 

278.  Fuchsberger N, Kita M, Hajnicka V, Imanishi J, Labuda M, et al. (1995) Ixodid 
tick salivary gland extracts inhibit production of lipopolysaccharide-induced 
mRNA of several different human cytokines. Experimental & applied acarology 
19: 671–676. Available: http://www.ncbi.nlm.nih.gov/pubmed/8556960. Accessed 
27 May 2013. 

279.  Sorbara MT, Philpott DJ (2011) Peptidoglycan: a critical activator of the 
mammalian immune system during infection and homeostasis. Immunological 
reviews 243: 40–60. Available: http://www.ncbi.nlm.nih.gov/pubmed/21884166. 
Accessed 27 May 2013. 

280.  Martinon F (2012) Dangerous liaisons: mitochondrial DNA meets the NLRP3 
inflammasome. Immunity 36: 313–315. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/22444626. Accessed 21 May 2013. 

281.  Trachootham D, Alexandre J, Huang P (2009) Targeting cancer cells by ROS-
mediated mechanisms: a radical therapeutic approach? Nature reviews Drug 
discovery 8: 579–591. Available: http://dx.doi.org/10.1038/nrd2803. Accessed 23 
May 2013. 

282.  Nyström S, Antoine DJ, Lundbäck P, Lock JG, Nita AF, et al. (2013) TLR 
activation regulates damage-associated molecular pattern isoforms released during 
pyroptosis. The EMBO journal 32: 86–99. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/23222484. Accessed 27 May 2013. 

283.  Rubartelli A, Gattorno M, Netea MG, Dinarello CA (2011) Interplay between 
redox status and inflammasome activation. Trends in immunology 32: 559–566. 
Available: http://www.ncbi.nlm.nih.gov/pubmed/21962746. Accessed 27 May 
2013. 

284.  Leto TL, Geiszt M (n.d.) Role of Nox family NADPH oxidases in host defense. 
Antioxidants & redox signaling 8: 1549–1561. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/16987010. Accessed 27 May 2013. 

285.  Shenoy AR, Wellington D a, Kumar P, Kassa H, Booth CJ, et al. (2012) GBP5 
promotes NLRP3 inflammasome assembly and immunity in mammals. Science 
(New York, NY) 336: 481–485. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/22461501. 

286.  Zitvogel L, Kepp O, Galluzzi L, Kroemer G (2012) Inflammasomes in 
carcinogenesis and anticancer immune responses. Nature immunology 13: 343–
351. Available: http://www.ncbi.nlm.nih.gov/pubmed/22430787. Accessed 28 
February 2013. 

287.  Mariathasan S, Weiss DS, Newton K, McBride J, O’Rourke K, et al. (2006) 
Cryopyrin activates the inflammasome in response to toxins and ATP. Nature 440: 
228–232. Available: http://www.ncbi.nlm.nih.gov/pubmed/16407890. Accessed 1 
March 2013. 

131 
 



 

288.  Way SS, Thompson LJ, Lopes JE, Hajjar AM, Kollmann TR, et al. (2004) 
Characterization of flagellin expression and its role in Listeria monocytogenes 
infection and immunity. 6: 235–242. doi:10.1111/j.1462-5822.2004.00360.x. 

289.  Meixenberger K, Pache F, Eitel J, Schmeck B, Hippenstiel S, et al. (2010) Listeria 
monocytogenes-infected human peripheral blood mononuclear cells produce IL-
1beta, depending on listeriolysin O and NLRP3. Journal of immunology 
(Baltimore, Md : 1950) 184: 922–930. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/20008285. Accessed 16 May 2013. 

290.  Hamon MA, Ribet D, Stavru F, Cossart P (2012) Listeriolysin O: the Swiss army 
knife of Listeria. Trends in microbiology 20: 360–368. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/22652164. Accessed 6 March 2013. 

291.  Bavdek A, Gekara NO, Priselac D, Gutiérrez Aguirre I, Darji A, et al. (2007) 
Sterol and pH interdependence in the binding, oligomerization, and pore formation 
of Listeriolysin O. Biochemistry 46: 4425–4437. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/17358050. 

292.  Hamon MA, Cossart P (2011) K+ efflux is required for histone H3 
dephosphorylation by Listeria monocytogenes listeriolysin O and other pore-
forming toxins. Infection and immunity 79: 2839–2846. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3191964&tool=pmcen
trez&rendertype=abstract. Accessed 16 May 2013. 

293.  Eulgem T, Tsuchiya T, Wang X-J, Beasley B, Cuzick A, et al. (2007) EDM2 is 
required for RPP7-dependent disease resistance in Arabidopsis and affects RPP7 
transcript levels. The Plant journal : for cell and molecular biology 49: 829–839. 
Available: http://www.ncbi.nlm.nih.gov/pubmed/17253987. Accessed 16 May 
2013. 

294.  Türkmen S, Gillessen-Kaesbach G, Meinecke P, Albrecht B, Neumann LM, et al. 
(2003) Mutations in NSD1 are responsible for Sotos syndrome, but are not a 
frequent finding in other overgrowth phenotypes. European journal of human 
genetics : EJHG 11: 858–865. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/14571271. Accessed 16 May 2013. 

295.  Lucio-eterovic AK, Carpenter PB (2011) An open and shut case for the role of 
NSD proteins as oncogenes. 2: 158–161. doi:10.4161/trns.2.4.16217. 

296.  Wang GG, Cai L, Pasillas MP, Kamps MP (2007) NUP98-NSD1 links H3K36 
methylation to Hox-A gene activation and leukaemogenesis. Nature cell biology 9: 
804–812. Available: http://www.ncbi.nlm.nih.gov/pubmed/17589499. Accessed 16 
May 2013. 

297.  Zhao Q, Caballero OL, Levy S, Stevenson BJ, Iseli C, et al. (2009) Transcriptome-
guided characterization of genomic rearrangements in a breast cancer cell line. 
Proceedings of the National Academy of Sciences of the United States of America 
106: 1886–1891. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2633215&tool=pmcen
trez&rendertype=abstract. Accessed 27 May 2013. 

298.  Berdasco M, Ropero S, Setien F, Fraga MF, Lapunzina P, et al. (2009) Epigenetic 
inactivation of the Sotos overgrowth syndrome gene histone methyltransferase 

132 
 



 

NSD1 in human neuroblastoma and glioma. Proceedings of the National Academy 
of Sciences of the United States of America 106: 21830–21835. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2793312&tool=pmcen
trez&rendertype=abstract. Accessed 27 May 2013. 

299.  Huang N, Vom Baur E, Garnier JM, Lerouge T, Vonesch JL, et al. (1998) Two 
distinct nuclear receptor interaction domains in NSD1, a novel SET protein that 
exhibits characteristics of both corepressors and coactivators. The EMBO journal 
17: 3398–3412. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=1170677&tool=pmcen
trez&rendertype=abstract. 

300.  Kurotaki N, Harada N, Yoshiura K, Sugano S, Niikawa N, et al. (2001) Molecular 
characterization of NSD1, a human homologue of the mouse Nsd1 gene. Gene 
279: 197–204. Available: http://www.ncbi.nlm.nih.gov/pubmed/11733144. 

301.  Nielsen AL, Jørgensen P, Lerouge T, Cervin M (2004) Nizp1 , a Novel Multitype 
Zinc Finger Protein That Interacts with the NSD1 Histone Lysine 
Methyltransferase through a Unique C2HR Motif. 24: 5184–5196. 
doi:10.1128/MCB.24.12.5184. 

302.  Rayasam GV, Wendling O, Angrand P-O, Mark M, Niederreither K, et al. (2003) 
NSD1 is essential for early post-implantation development and has a catalytically 
active SET domain. The EMBO journal 22: 3153–3163. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=162140&tool=pmcentr
ez&rendertype=abstract. 

303.  Lucio-Eterovic AK, Singh MM, Gardner JE, Veerappan CS, Rice JC, et al. (2010) 
Role for the nuclear receptor-binding SET domain protein 1 (NSD1) 
methyltransferase in coordinating lysine 36 methylation at histone 3 with RNA 
polymerase II function. Proceedings of the National Academy of Sciences of the 
United States of America 107: 16952–16957. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2947892&tool=pmcen
trez&rendertype=abstract. Accessed 27 February 2013. 

304.  Larkin M a, Blackshields G, Brown NP, Chenna R, McGettigan P a, et al. (2007) 
Clustal W and Clustal X version 2.0. Bioinformatics (Oxford, England) 23: 2947–
2948. Available: http://www.ncbi.nlm.nih.gov/pubmed/17846036. Accessed 28 
February 2013. 

305.  Schultz J, Milpetz F, Bork P, Ponting CP (1998) SMART, a simple modular 
architecture research tool: identification of signaling domains. Proceedings of the 
National Academy of Sciences of the United States of America 95: 5857–5864. 
Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=34487&tool=pmcentre
z&rendertype=abstract. 

306.  Xi L, Fondufe-mittendorf Y, Xia L, Flatow J, Widom J, et al. (2010) Predicting 
nucleosome positioning using a duration Hidden Markov Model Methodology 
article. 

307.  Chen H, Xue Y, Huang N, Yao X, Sun Z (2006) MeMo: a web tool for prediction 
of protein methylation modifications. Nucleic acids research 34: W249–53. 

133 
 



 

Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=1538891&tool=pmcen
trez&rendertype=abstract. Accessed 11 April 2013. 

308.  Hubbard T (2002) The Ensembl genome database project. Nucleic Acids Research 
30: 38–41. Available: http://nar.oxfordjournals.org/content/30/1/38.full. Accessed 
29 May 2013. 

309.  Cassidy SKB, Hagar J a, Kanneganti TD, Franchi L, Nuñez G, et al. (2012) 
Membrane damage during Listeria monocytogenes infection triggers a caspase-7 
dependent cytoprotective response. PLoS pathogens 8: e1002628. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3395620&tool=pmcen
trez&rendertype=abstract. Accessed 11 April 2013. 

310.  Schmittgen TD, Livak KJ (2008) Analyzing real-time PCR data by the 
comparative CT method. Nature Protocols 3: 1101–1108. Available: 
http://dx.doi.org/10.1038/nprot.2008.73. Accessed 21 May 2013. 

311.  Kayal S, Charbit A (2006) Listeriolysin O : a key protein of Listeria 
monocytogenes with multiple functions. 30: 514–529. doi:10.1111/j.1574-
6976.2006.00021.x. 

312.  Baker L a, Allis CD, Wang GG (2008) PHD fingers in human diseases: disorders 
arising from misinterpreting epigenetic marks. Mutation research 647: 3–12. 
Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2656448&tool=pmcen
trez&rendertype=abstract. Accessed 11 March 2013. 

313.  Bienz M (2006) The PHD finger, a nuclear protein-interaction domain. Trends in 
biochemical sciences 31: 35–40. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/16297627. Accessed 15 March 2013. 

314.  Tsuchiya T, Eulgem T (2010) The Arabidopsis defense component EDM2 affects 
the floral transition in an FLC-dependent manner. The Plant journal : for cell and 
molecular biology 62: 518–528. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/20149132. Accessed 27 May 2013. 

315.  Nimura K, Ura K, Kaneda Y (2010) Histone methyltransferases: regulation of 
transcription and contribution to human disease. Journal of molecular medicine 
(Berlin, Germany) 88: 1213–1220. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/20714703. Accessed 16 May 2013. 

316.  Dramsi S, Cossart P (2002) Listeriolysin O: a genuine cytolysin optimized for an 
intracellular parasite. The Journal of cell biology 156: 943–946. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2173465&tool=pmcen
trez&rendertype=abstract. Accessed 4 April 2013. 

317.  Bergsbaken T, Fink SL, Cookson BT (2009) Pyroptosis: host cell death and 
inflammation. Nature reviews Microbiology 7: 99–109. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2910423&tool=pmcen
trez&rendertype=abstract. Accessed 28 February 2013. 

318.  Sauer J-D, Pereyre S, Archer K a, Burke TP, Hanson B, et al. (2011) Listeria 
monocytogenes engineered to activate the Nlrc4 inflammasome are severely 
attenuated and are poor inducers of protective immunity. Proceedings of the 

134 
 



 

National Academy of Sciences of the United States of America 108: 12419–12424. 
Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3145703&tool=pmcen
trez&rendertype=abstract. Accessed 27 February 2013. 

319.  Andersen-Nissen E, Smith KD, Strobe KL, Barrett SLR, Cookson BT, et al. (2005) 
Evasion of Toll-like receptor 5 by flagellated bacteria. Proceedings of the National 
Academy of Sciences of the United States of America 102: 9247–9252. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=1166605&tool=pmcen
trez&rendertype=abstract. 

320.  Cahill CM, Rogers JT (2008) Interleukin (IL) 1beta induction of IL-6 is mediated 
by a novel phosphatidylinositol 3-kinase-dependent AKT/IkappaB kinase alpha 
pathway targeting activator protein-1. The Journal of biological chemistry 283: 
25900–25912. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2533786&tool=pmcen
trez&rendertype=abstract. Accessed 6 May 2013. 

321.  Masters SL, Dunne A, Subramanian SL, Hull RL, Tannahill GM, et al. (2010) 
Activation of the NLRP3 inflammasome by islet amyloid polypeptide provides a 
mechanism for enhanced IL-1β in type 2 diabetes. Nature immunology 11: 897–
904. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3103663&tool=pmcen
trez&rendertype=abstract. Accessed 5 March 2013. 

322.  Bauernfeind FG, Horvath G, Stutz A, Alnemri ES, MacDonald K, et al. (2009) 
Cutting edge: NF-kappaB activating pattern recognition and cytokine receptors 
license NLRP3 inflammasome activation by regulating NLRP3 expression. Journal 
of immunology (Baltimore, Md : 1950) 183: 787–791. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2824855&tool=pmcen
trez&rendertype=abstract. Accessed 27 May 2013. 

323.  Qiao Q, Li Y, Chen Z, Wang M, Reinberg D, et al. (2011) The structure of NSD1 
reveals an autoregulatory mechanism underlying histone H3K36 methylation. The 
Journal of biological chemistry 286: 8361–8368. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3048720&tool=pmcen
trez&rendertype=abstract. Accessed 16 May 2013. 

324.  Gurung P, Malireddi RKS, Anand PK, Demon D, Walle L Vande, et al. (2012) 
Toll or interleukin-1 receptor (TIR) domain-containing adaptor inducing 
interferon-β (TRIF)-mediated caspase-11 protease production integrates Toll-like 
receptor 4 (TLR4) protein- and Nlrp3 inflammasome-mediated host defense 
against enteropathogens. The Journal of biological chemistry 287: 34474–34483. 
Available: http://www.ncbi.nlm.nih.gov/pubmed/22898816. Accessed 28 February 
2013. 

325.  Ribet D, Hamon M, Gouin E, Nahori M-A, Impens F, et al. (2010) Listeria 
monocytogenes impairs SUMOylation for efficient infection. Nature 464: 1192–
1195. Available: http://www.ncbi.nlm.nih.gov/pubmed/20414307. Accessed 12 
March 2013. 

135 
 



 

326.  Gonzalez MR, Bischofberger M, Frêche B, Ho S, Parton RG, et al. (2011) Pore-
forming toxins induce multiple cellular responses promoting survival. Cellular 
microbiology 13: 1026–1043. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/21518219. Accessed 7 May 2013. 

327.  Lu T, Jackson MW, Wang B, Yang M, Chance MR, et al. (2010) Regulation of 
NF-kappaB by NSD1/FBXL11-dependent reversible lysine methylation of p65. 
Proceedings of the National Academy of Sciences of the United States of America 
107: 46–51. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2806709&tool=pmcen
trez&rendertype=abstract. Accessed 5 May 2013. 

328.  Lucas ME, Crider KS, Powell DR, Kapoor-Vazirani P, Vertino PM (2009) 
Methylation-sensitive regulation of TMS1/ASC by the Ets factor, GA-binding 
protein-alpha. The Journal of biological chemistry 284: 14698–14709. Available: 
http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=2685652&tool=pmcen
trez&rendertype=abstract. Accessed 16 May 2013. 

329.  Juliana C, Fernandes-Alnemri T, Kang S, Farias A, Qin F, et al. (2012) Non-
transcriptional priming and deubiquitination regulate NLRP3 inflammasome 
activation. The Journal of biological chemistry 287: 36617–36622. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/22948162. Accessed 5 March 2013. 

330.  Py BF, Kim M-S, Vakifahmetoglu-Norberg H, Yuan J (2013) Deubiquitination of 
NLRP3 by BRCC3 critically regulates inflammasome activity. Molecular cell 49: 
331–338. Available: http://www.ncbi.nlm.nih.gov/pubmed/23246432. Accessed 22 
May 2013. 

331.  Chen S, Sun B (2013) Negative regulation of NLRP3 inflammasome signaling. 
Protein & cell 4: 251–258. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/23519777. Accessed 3 May 2013. 

332.  Shi C-S, Shenderov K, Huang N-N, Kabat J, Abu-Asab M, et al. (2012) Activation 
of autophagy by inflammatory signals limits IL-1β production by targeting 
ubiquitinated inflammasomes for destruction. Nature immunology 13: 255–263. 
Available: http://www.ncbi.nlm.nih.gov/pubmed/22286270. Accessed 28 February 
2013. 

333.  Qu Y, Misaghi S, Izrael-Tomasevic A, Newton K, Gilmour LL, et al. (2012) 
Phosphorylation of NLRC4 is critical for inflammasome activation. Nature 490: 
539–542. Available: http://www.ncbi.nlm.nih.gov/pubmed/22885697. Accessed 3 
March 2013. 

334.  Finlay BB, McFadden G (2006) Anti-immunology: evasion of the host immune 
system by bacterial and viral pathogens. Cell 124: 767–782. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/16497587. Accessed 3 March 2013. 

335.  Jeffery CJ (2003) Moonlighting proteins: old proteins learning new tricks. Trends 
in genetics : TIG 19: 415–417. Available: 
http://www.ncbi.nlm.nih.gov/pubmed/12902157. 

336.  Venugopal A, Bryk R, Shi S, Rhee K, Rath P, et al. (2011) Virulence of 
Mycobacterium tuberculosis depends on lipoamide dehydrogenase, a member of 
three multienzyme complexes. Cell host & microbe 9: 21–31. Available: 

136 
 



 

http://www.pubmedcentral.nih.gov/articlerender.fcgi?artid=3040420&tool=pmcen
trez&rendertype=abstract. Accessed 7 May 2013.  

 
 
 

137 
 


	LIST OF TABLES
	LIST OF FIGURES
	Introduction
	Figure 1.1: Nod1 and Nod2 signaling.
	Figure 1.2: Inflammasome signaling.
	Figure 1.3: Tick saliva and its effects on immunity.
	A. phagocytophilum dihydrolipoamide dehydrogenase 1 (LPDA1) mitigation of macrophage cytokine secretion
	Ethics statement
	Animals were housed in the Animal Resources Facility according to the guidelines described under the federal Animal Welfare Regulations Act. Food and water were provided ad libitum and all animal procedures were approved by the Institutional Animal C...
	Generation of bone-marrow derived cells
	The generation of bone marrow derived macrophages (BMDMs) and bone marrow derived dendritic cells (BMDDCs) has been previously described [217,218]. For BMDMs, femurs and tibias of mice were flushed out with a 25G needle and DMEM (Thermo scientific) a...
	Confocal microscopy
	Cells were stimulated with A. phagocytophilum strains. After washing twice with PBS, cells were stained with 1 (g/ml cholera toxin B (Molecular Probes) at 4 C for 10 minutes and fixed with methanol. Cells were blocked with 5% bovine serum albumin (BS...
	Reactive oxygen species detection
	Rotenone, antimycin and phorbol-12-myristate-13-acetate (PMA) were obtained from Sigma. I assessed reactive oxygen species (ROS) using the ROS-specific fluorescence probe 2’7’-dichlorofluorescin diacetate (H2DCFDA) (Invitrogen), as described [219]. ...
	Immunoblot analysis
	Proteins were extracted in Radioimmunoprecipitation assay (RIPA) buffer with complete protease and phosphatase inhibitor cocktails from Roche. Protein concentration was measured using the protein assay kit from Bio-Rad. Total cell lysates were separa...
	Enzyme-linked immunosorbent assay (ELISA)
	Mouse Tumor Necrosis factor (TNF)-(, IL-1β and IL-6 were measured with the BD OptEIA Set from BD Biosciences. Mouse IFN-(, macrophage inflammatory protein 2 (MIP-2) and IL-12p40 were measured with capture and detection antibodies from eBioscience.

	Figure 2.1: A. phagocytophilum LPDA1 inhibits NF-(B-mediated cytokine secretion in macrophages.
	Figure 2.2: LPDA1 inhibits NF-(B nuclear translocation in macrophages via NADPH ROS.
	Inhibitory activities of tick saliva and sialostatin L2
	Ethics statement
	Reagents
	Cell culture generation
	Immune cell stimulation
	ELISA
	Cell death assay

	Figure 3.1: I. scapularis saliva mitigates LPS- mediated cytokine secretion by murine macrophages.
	Figure 3.2: I. scapularis saliva inhibits TLR-mediated cytokine secretion by macrophages.
	Figure 3.3: I. scapularis saliva impairs Nod2-mediated cytokine secretion by murine macrophages.
	Figure 3.4: I. scapularis saliva mitigates cytokine secretion by macrophages during A. phagocytophilum stimulation in a dose-dependent manner.
	Figure 3.5: Sialostatin L2 does not inhibit TLR or Nod2 signaling in macrophages.
	Figure 3.6: Sialostatin L2 inhibits A. phagocytophilum-induced caspase-1-mediated cytokine secretion.
	Figure 3.7: Sialostatin L2 does not hinder IL-1β secretion mediated by known NLRP3, NLRC4 and AIM2 agonists.
	Figure 3.8: Sialostatin L2 inhibits IL-1β secretion via NADPH ROS during A. phagocytophilum stimulation of macrophages.
	NSD1 mitigates caspase-1 activation by listeriolysin O in macrophages
	Figure 4.1: Nsd1 is upregulated during LLO stimulation of macrophages.
	Figure 4.2: Listeriolysin O is recognized by the NLRP3 inflammasome.
	Figure 4.3: NSD1 inhibits LLO-mediated secretion of IL-1β and IL-18 by macrophages.
	Figure 4.4: NSD1 does not affect the NF-κB signaling pathway in macrophages.
	Figure 4.5: NSD1 does not impart chromatin modifications at the 5’ end of caspase-1.
	Figure 4.6: Nsd1 silencing does not alter Asc, Nlrp3, and caspase-1 gene expression.
	Figure 4.7: NSD1 inhibits LLO-mediated caspase-1 activation and requires functional LLO for the regulation of IL-1β secretion.
	Figure 4.8: Comparative model for NLR regulation in plants and mammals.
	Concluding remarks
	REFERENCES



