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Abstract  

Goblet cells in the mucosal layer of the gastrointestinal tract are the primary source of gel-forming 

mucins, representing front-line defense. Sterile alpha motif-pointed domain ETS family 

transcription factor (SPDEF) has a crucial role in terminal differentiation, proliferation and 

maturation of goblet cells. Gut microbiota is an integral part of our internal environment. In a 

murine model of intestinal helminthic infection Trichuris muris, the interaction between host 

microbiota and parasite was seen to play critical roles in immune defense. This interaction is 

mediated through various mechanisms, including Toll-like receptor (TLR) and nucleotide-binding 

oligomerization domain (NOD)-like receptor signaling cascades. However, the precise role of 

intestinal microbiota and NOD/TLR signaling in regulating SPDEF is not yet understood. Hence, 

we investigated the role of SPDEF in intestinal goblet cell response, the role of helminth-

microbiota axis and NOD/TLR signaling in modulating SPDEF during T. muris infection. 

Experiments were conducted in wild-type (SPDEF+/+) and SPDEF-deficient (SPDEF-/-) mice on 

BALB/c background at different timepoints of T. muris infection. We observed increased PAS+ 

goblet cells and higher expression of SPDEF and Muc2 in SPDEF+/+ mice following infection 

with elevated levels of IL-4 and IL-13.  SPDEF+/+ mice showed decreased worm burden from day 

14 to 21 post-infection. Microbial analysis revealed altered composition in SPDEF+/+ and SPDEF-

/- after infection. 

Microbiota was transplanted from naµve and T. muris infected mice to separate groups of antibiotic-

treated (ABX-treated) mice. Increased PAS+ goblet cells and higher expression of SPDEF and 

Muc2 were observed in ABX-treated mice after receiving naive and T. muris-altered microbiota. 

Goblet cell number, the expression of SPDEF and Muc2 were higher in ABX-treated mice who 
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received T. muris-altered microbiota. Microbial analysis revealed differences in T. muris-altered 

microbiota compared to naµve microbiota. 

In vitro experiment was conducted in human colonic mucin secreting LS174T cells where we 

observed stimulated mRNA expression of SPDEF and MUC2 by T. muris excretory-secretory 

products. These findings reveal new information about major interactions among parasites, 

microbiota and SPDEF-mediated intestinal goblet cell response in the context of host defense. 
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Chapter 1: Introduction 

 

 1.1 Gastrointestinal (GI) tract and mucus membrane 

The gastrointestinal or GI tract is composed of a long passageway of hollow organs extending 

from the mouth to the anus, which is a part of the digestive system. The complete digestive 

system is composed of the GI tract and other accessory solid organs including the liver, 

pancreas and gallbladder. The upper GI tract extends from mouth to small intestine 

(anatomically, from mouth to the suspensory ligament of Treitz between the third and fourth 

parts of duodenum), whereas the colon, rectum and anal canal form the lower GI tract. Other 

than digestion and absorption of food as its major functions, the GI tract performs many other 

functions, such as regulating the immune system, secreting enteroendocrine hormones and 

modulating inflammatory reactions. There are many factors that can affect the GI physiology 

and functions that include intestinal microbiota, inflammatory reactions, neural pathways, 

aging, neuroendocrine regulation, stress [1]. The histological structure of the GI tract includes 

a hollow lumen and the wall surrounding the lumen which consists of mucosa, submucosa, 

muscularis propria and serosa from inside outwards. The intestinal mucus membrane consists 

of epithelium coated with a mucus layer and the underlying lamina propria. The intestinal 

epithelium is composed of a variety of cells which include absorptive epithelial cells and 

secretory cells like goblet, Paneth and enteroendocrine cells (EECs) within the intestinal 

crypts. There is also a villus structure seen along the mucus membrane of small intestine as 

projections. The large intestine or colon lacks these villus projections and Paneth cells in their 

epithelium. 

The mucus coat, epithelium, intercellular tight junctions and lamina propria form the protective 

intestinal barrier, protecting the wall against the luminal contents [2]. 
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1.1.1 Goblet cells 

Goblet cells are specialized cells originating from the secretory lineage that reside in the 

epithelial membrane of the GI tract, respiratory tract and conjunctiva. The mucosa of these 

systems is called the wet-surface mucosa due to the presence of these secretary goblet cells [3] 

[4]. The goblet cells are the main source of gel-forming mucins which are the major 

components of the mucus coating of the epithelium. Other than mucins, the goblet cells secrete 

a variety of factors which include trefoil factors, resistin-like molecule ɓ (RELMɓ) and Fc-ɔ 

binding proteins (Fcgbp), which also provide intestinal defense in the epithelial membrane 

along with mucins [2]. The goblet cells are the most abundant secretory cell-types originating 

from the intestinal stem cells (ISCs) located at the base of the intestinal crypts [5]. In the GI 

tract, the goblet cells are found in increasing numbers from the small intestine to the distal 

colon. In the colon, these cells contribute to forming a two-layered mucus gel which provides 

protection, lubrication and hydration to the membrane, and helps in the transportation of 

molecules [2] [4]. This mucus layer also harbors the gut flora in its loose outer layer, whereas 

its adherent and less porous inner layer usually acts as a sterile coverage. The inner layer 

protects the colon and maintains an almost bacteria-free environment, thus creating a barrier 

between the mucosal epithelium and gut microbiota [4]. 

 

1.1.2 Mucins 

Mucins are high molecular weight glycoproteins that form the major building block of mucus. 

Around 21 different mucin genes have been identified [2] [4]. Mucins can be 

transmembrane/membrane-bound and secreted; the secreted mucins can be further classified 

into gel-forming and soluble/non-gel forming [6]. Transmembrane mucins are expressed on  
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enterocytes which include MUC1, MUC3, MUC4, MUC12, MUC13, MUC16, MUC17 [7]. 

The gel-forming secreted mucins, which include MUC2, MUC5AC, MUC5B, MUC6 form the 

skeleton of the mucus membrane, providing a protective lubricant blanket along the mucosal 

epithelium [5] [7].  

The structure of mucins is highly hydrophilic, polymeric and viscoelastic with an average mass 

of 2x106 Daltons, which forms a gel-like covering in the mucus membrane by binding with 

H2O [2] [5]. This gel covering prevents contact between the epithelium and the contents inside 

the gut lumen, the disruption of which may lead to abnormal immune responses in the host 

leading to various inflammatory conditions and infections [2]. More than 80% of its contents 

are carbohydrates (CHO) which are concentrated into mucin domains [5]. The mucin domains 

represent the key element of its chemical structure surrounded by O-glycans, forming a central 

protein core [5]. The protein sequence of these domains is rich in amino acids (AAs) proline, 

threonine and serine, which is why they are also called the PTS domains, organized as variable 

number tandem repeat (VNTR) [7] [8]. Serine and threonine are the most prevalent AAs. With 

the help of their hydroxyl groups, this protein core is linked with the oligosaccharide chains 

around the core via O-glycosidic bonds. There are five types of sugars in the oligosaccharide 

chains which include fucose (Fu), galactose (Gal), N-acetylglucosamine (GlcNAc). N-

acetylgalactosamine (GalNAc) and sialic acid (SA) [5].  

The mucins are synthesized in the endoplasmic reticulum (ER) where they undergo N-linked 

glycosylation followed by transportation into the Golgi complex and O-linked glycosylation. 

They are then stored into the secretory mucinogen granules where they become highly 

concentrated and are eventually secreted from the granules after they merge with the plasma 

membrane. The secretory granules account for 75% of the cytoplasmic volume and are the 
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source of secreted mucins from the cells [2]. The secretion of mucins from the granules 

happens in two ways: the continued constitutive secretion under normal physiological 

condition, and stimulated secretion in response to various factors or stimuli [2] [4]. During 

stimulated secretion, more or the entire secretory content is secreted from the granules. These 

factors include microbial factors, inflammatory cytokines, growth factors, neuropeptides, 

autonomic neural pathways, and lipids [2] [9] [10] [11] [12] [13]. The secretion of mucins can 

also be regulated by various cellular responses like nucleotide-binding oligomerization 

domain-like (NOD) receptors binding protein 6 (NLRP-6) mediated activation of the 

inflammasome, autophagy, production of reactive oxygen species (ROS) and endocytosis [2].  

In terms of worm infection, the gel-covering in the mucus membrane formed by mucins helps 

in lubrication, traps the worms in the viscoelastic mucus layer, and inhibits their motility and 

feeding capacity [14]. 
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Figure 1.  Intestinal mucus barrier and different kinds of mucins 

The gastrointestinal epithelium is a double-layered mucus membrane, majorly formed by gel-

forming mucins secreted by the goblet cells and transmembrane mucins expressed on the 

enterocytes. The outer mucus layer is in close proximity to the intestinal lumen containing gut 

flora, while the inner layer is almost bacteria-free. Various kinds of immune cells are located 

in the lamina propria underneath the mucosal layer, which show immune and inflammatory 

responses to infections and other stimuli. The picture is generated by the author.  
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1.2 Goblet cell differentiation and transcription program 

The intestinal crypts of small and large intestine contain intestinal stem cells or ISCs, also 

known as progenitor cells. In the colon, the multipotent, undifferentiated ISCs of monoclonal 

origin reside at the base of the intestinal crypts (at the lower 2/3rd), and the upper 1/3rd of the 

crypts towards the luminal side contains the differentiated epithelial cells [15]. These intestinal 

stem cells produce rapidly proliferating daughter cells, also called the transit-amplifying (TA) 

cells, which generate precursor cells. The precursor cells differentiate into 2 lineages- the 

absorptive lineage giving rise to the enterocytes (called colonocytes in the colon) and secretory 

lineages that differentiates into goblet, Paneth (in small intestine) and enteroendocrine cells 

(EECs) [16]. The differentiation of ISCs into four major types of cells (enterocytes, goblet 

cells, Paneth cells and EECs) requires a variety of complex pathways, namely Wnt ɓ-catenin 

(canonical), Notch, bone morphogenetic protein (BMP) and phosphatidylinositol 3-kinase 

(PI3K)/protein kinase B (AKT) pathways [2]. Wnt ɓ-catenin and Notch cascades are the key 

regulators in determining the cell-fate of ISCs into the secretory and absorptive lineages 

respectively [17] [18]. Hairy and enhancer of split or HES family basic helix-loop-helix 

(bHLH) Transcription Factor-1 or HES-1 acts as the downstream component of Notch that 

determines the cell fate of ISCs into the absorptive enterocytes. Atonal bHLH Transcription 

Factor-1 (ATOH-1) is the downstream component of ɓ-catenin that activates several 

transcription factors like sterile alpha motif (SAM) pointed domain ETS family transcription 

factor (also termed as SPDEF), growth factor independent-1 (Gfi-1) and regulates the cell-fate 

of ISCs into the secretory goblet cells [19].  
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Figure 2.  Differentiation of intestinal stem cells (ISCs) 

The ISCs differentiate into absorptive and secretory lineage giving rise to enterocytes, goblet 

cells, Paneth cells and enteroendocrine cells (EECs) via Wnt and Notch signaling pathways 

and their transcription factor networks. The picture is generated by the author. 
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1.2.1 Role of SPDEF in goblet cell differentiation 

SPDEF is an epithelium specific ETS family transcription factor, also known as the ESE family 

protein. The ESE family of transcription factors is a subgroup of E-26 transformation specific 

transcription factors or ETS family of proteins [20]. The ETS family proteins bind the 

GGAA/T regulatory sequence of DNA with their H3-helix of DNA binding domain, which has 

85 amino acids [20]. SPDEF, a Wnt responsive transcription factor was first described as a 

prostate-derived transcription factor and was later found to be also expressed in breasts, 

intestine, lungs, salivary glands and conjunctiva [20] [21] [22]. SPDEF was seen to interact 

with androgen receptor in vitro which regulates the expression of prostate specific antigen 

(PSA) promoter [21]. Twenty seven types of different mammalian ETS proteins have been 

identified [22]. Several studies have indicated that SPDEF regulates the terminal 

differentiation, homeostasis and maturation of intestinal goblet cells. A study conducted in 

mice showed that the inactivation of SPDEF does not impair the cell-fate determination of the 

ISCs into the secretory lineage, but the maturation and terminal differentiation of the secretory 

cells were hampered leading to the accumulation of immature secretory cells [19] [23]. CRE- 

binding protein-4 (CREB4), an endoplasmic reticulum or ER stress transducer has also been 

seen to act as a downstream component of SPDEF to promote the terminal differentiation and 

maturation of goblet cells in mice [19]. 

 

 1.3 Goblet cell response in enteric parasitic infection 

Previous studies have shown that goblet cells at the colonic crypts can go through non-specific 

endocytosis and convert into sentinel goblet cells (senGCs). The endocytosed senGCs are 

killed, undergo complex exocytosis and are expelled into the gut lumen [24]. The goblet cells 
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in small and large intestine form goblet cell-associated antigen passages or GAPs, through 

which they deliver the luminal antigens (Ags) to the dendritic cells (DCs) in the lamina propria 

[25]. The DCs and macrophages provide the processed Ags to naµve CD4+ T cells and convert 

them into helper T cell type-2 or TH2 cells [2] [25]. Alterations in the goblet cell response and 

mucin production have been seen in many intestinal infections including parasites, bacteria 

and virus [5]. Hyperplasia of mucus secreting goblet cells has been observed in intestinal 

parasitic infections such as Ascaris galli, Trichinella spiralis, Trichuris muris and 

Nippostrongylus brasiliensis, which helps in providing innate defense to the host [5] [26]. 

Qualitative changes in mucins were also observed in parasitic infections, namely N. 

brasiliensis, which include alteration in the composition of mucins from neutral to acidic 

nature and change in terminal sugars [5]. Elevated levels of Muc2 and Muc4 were observed in 

T. spiralis infection in mice [5]. MUC2 (in human) or Muc2 (in mice), also called the goblet 

cell mucin expressed in both small and large intestine, is an important component of innate 

defense in nematode infection. During T. muris infection, significantly higher number of goblet 

cells and increased secretion of Muc2 were observed in resistant BALB/c mice than in 

susceptible AKR mice, correlating with worm expulsion [27]. Genetic background of mice 

plays an important role is determining resistance or susceptibility to T. muris and in C57BL/6 

resistant strain, delayed worm expulsion due to the absence of Muc2 was observed following 

T. muris infection [27]. Muc5ac, also called gastric foveolar mucin which is normally 

expressed in the stomach and lungs has been seen to increase in the colon only in resistant mice 

following T. muris infection, and around the time of worm expulsion, a remarkable increase in 

Muc5ac was found in Muc2 deficient mice [27] [28]. Muc5ac was also seen to be critical for 

worm expulsion, whereas its lacking resulted in susceptibility to chronic infection [26]. Other 
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mucins such as Muc4, Muc13 and Muc17 were also seen to increase during T. muris infection 

in a study conducted on BALB/c mice, which resulted in increased thickness of glycocalyx, 

the carbohydrate-rich zone projecting from the apical surface of the epithelium composed of 

glycoproteins like mucins [26].  

Intestinal parasitic infections induce TH2 immune response that triggers worm expulsion by a 

variety of pathways [29]. TH2 immune response can mediate the release of cytokines or 

interleukins, which include IL-4, IL-5, IL-9, IL-13. During parasitic infection in mice model, 

IL-13 was seen to cause goblet cell proliferation via signal transducers and activators of 

transcription-6 or STAT-6 pathway triggering worm expulsion [27]. Also, overexpression of 

exogenous IL-25 and IL-9 was associated with goblet cell proliferation and mucin expression. 

Several studies indicated that IL-13 also helps in upregulation of Muc5ac [27]. In human 

colonic cancer cell lines, IL-4 and IL-13 induced the expression of trefoil factors and mucins.  

IL-17, a TH17 cytokine and IL-6 were seen to promote overexpression of Muc5ac and Muc5b 

[24]. Another TH17 cytokine IL-22 was seen to help in goblet cell proliferation and mucin 

expression. TH1 cytokine tumor necrosis factor-Ŭ or TNF-Ŭ has been observed to increase 

Muc2 by nuclear factor-kappa beta or NF-əɓ-inducing kinase (NIK) and Akt/PI3 pathways 

[24]. 

 

 1.4 Mucin and host intestinal microbiota 

The microbiota is an integral part of the internal environment of our body and has a major role 

in its maintenance. This microbial environment resides throughout our body. Among them, the 

intestinal microbiota is composed of trillions of microorganisms including bacteria, viruses, 

protozoa and fungi. The gut microbiome not only helps in the development and maintenance 
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of normal gut architecture, but it also plays roles in immune system maintenance, host 

nutrition, homeostasis and energy balance such as production of short-chain fatty acids 

(SCFAs), vitamin synthesis and amino acid metabolism [30]. In the GI tract, microbial density 

gradually increases from the proximal to distal [31]. In the colon, there are approximately 1012 

microbial cells per gram of intestinal contents and they are composed of bacteria of 

approximately 1000 different species [32] [33]. The most abundant intestinal microbiota are 

from the phyla Bacteroidetes and Firmicutes [34]. The highest number of bacterial species 

from the gut has been found to reside in the lumen of the gut, whereas from the lumen to the 

epithelial membrane, the bacterial density decreases [31]. Again, from the luminal to the distal 

portion of the mucus membrane, the microbial density has been seen to decrease due to the 

increasing thickness of the mucus. The luminal microbiota shows differences in their diversity 

and ecosystem as opposed to the microbiota residing in the mucus membrane [31].   

The colon has two layers of mucus. Usually, the outer layer contains all the bacteria, which are 

mostly mucolytic or mucin-degrading microbes like Bacteroides, whereas the inner mucus 

layer, even though generally bacteria-free since the mucin polymers stagger on top of each to 

form a net against the invasion; has still shown the presence of some bacteria along the colonic 

crypts, most of which are from the Actinobacter species and Proteobacteria [35] [36] [37].  

Also, Ŭ-diversity was found to be higher in the inner colonic mucus layer than the fecal sample. 

The composition of luminal, mucosa-associated and fecal microbial composition also shows 

differences between small and large intestine [35] [36].  

Gut microbiota helps in the proper formation of intestinal mucus [31]. In the germ-free (GF) 

mice, the colonic mucus layer was found to be thinner and more penetrable to bacteria with 

fewer number of filled goblet cells than the conventionally raised mice [3]. The glycosylation 
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profile of mucus was also different in two groups [38]. When certain bacterial products like 

lipopolysaccharide (LPS) or peptidoglycan (PGN) were introduced into the GF mice, they 

showed higher mucus secretion, similar to conventionally raised mice [4].  The inner colonic 

mucus layer of GF mice showed penetrability to bacteria-sized particles, which showed an 

impenetrable characteristic after 7 weeks of receiving microbiota transplant [37]. Revealing 

non-penetrable property by the colonic of GF mice after being transplanted with cecal 

microbiota indicates the importance of gut microbiota in the maturation and development of 

the mucus [10] [11] [38]. One possible mechanism by which the microbiota can modulate the 

mucus can be that the microbiota helps in shaping the glycan profile and expressing 

glycosyltransferases in the mucus [41] [42]. This glycan profile of the mucus changes from 

species to species, also from small gut to large gut [41] [42].  

The gut microbiota and the mucus layer of the host share a symbiotic relationship. The presence 

of glycan helps the microbiota to adhere to the mucus [7] [43] [44]. The microorganisms have 

their glycan binding capacity, which helps them to colonize in the mucus [44] [45] [46]. This 

glycan binding capacity also depends on the glycan profile of the mucus. There are other 

bacterial outer membrane proteins like lectins, adhesins, capsules and appendages like pili or 

flagella that also contribute to the adherence of the microorganisms to the mucus [13] [45] 

[46]. Other factors such as O2 gradient, diet, antimicrobials and antimicrobial peptides (AMPs), 

invasion by pathogenic bacteria, physiological and metabolic state of the host, host genetics, 

age of the host and host immune system also play roles in the distribution of the gut microbiota 

[31] [33]. This glycan can also act as a source of nutrients for certain mucolytic or mucin 

degrading bacteria, who ingest the glycan by their glycosidase or glycan-degrading enzyme 

[32] [47] [48]. When the glycan binding enzyme removes all the glycans from the mucin-
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glycan chain, protein core of the mucin is degraded, leading to mucus degradation [49] [50]. 

While using glycan as an energy source, SCFAs from the glycan-degrading enzymes are 

created that are absorbed by the colonocytes and the energy spent for the synthesis and 

secretion of mucin is partly recovered this way [49] [50]. Some of these mucolytic bacteria are 

helpful for the maintenance of the mucus, some can modulate the immune system by forming 

capsular polymer with the help of glycan [31]. This also confirms the bidirectional relationship 

between the host and the commensal microbiota. 

 

 1.5 Intestinal helminth and host microbiota interaction  

Intestinal parasites are among the most prevalent pathogens infecting the animal kingdom 

worldwide affecting health, productivity and agriculture [51] [52]. Among the intestinal 

parasites, intestinal helminths, the multicellular parasitic worms, are the most common and 

they are persisting now as a worldwide health concern [51] [53]. Helminths are multicellular 

parasitic worms and a matter of global health concern that can cause long-lasting infection by 

modulating host immunity. This alteration of host immune response can help them persist 

inside the host for a long time and avoid immune-mediated expulsion [53]. Over 1.5 billion 

people worldwide along with many other mammalian species are infected with at least one 

species of intestinal helminths with their eggs and larvae, which happens either due to the 

chronicity of the infection or when the host is unable to prevent re-infection[34] [51] [54] [55]. 

Even though these helminths have been largely eradicated from developed countries and the 

tropical-subtropical regions, about one-fourth of the population remain at risk [56]. Most of 

the intestinal helminths that cause infection in humans are soil-transmitted helminths (STH).  
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The parasites and host microbiome share a bidirectional relationship. The helminths can 

modulate the changes in the bacterial diversity and community composition following 

infection which can vary from parasites to parasites [33]. One study has shown that the murine 

helminth Heligmosomoides polygyrous causes increased abundance in the species of 

Lactobacillaeceae family in small intestine, while no change was seen in the cecal bacterial 

community [57]. Chronic infection by the soil transmitted murine helminth T. muris in naive 

mice showed decreased bacterial diversity and increased relative abundance of Lactobacilli 

[58] [59]. 

Some indirect factors can also contribute to the alteration of gut microbial environment, which 

include the glycosylation profile and secretion of mucus, pH alteration, epithelial damage, 

parasitic worms and their eggs, and intestinal motility [56]. There are also direct factors that 

can modulate the microbial composition by parasites. The T. muris eggshell has a component 

named chitin that acts as an energy source for bacteria and its dietary supplementation into the 

mice and pigs showed altered bacterial composition [56]. Moreover, adult worms can directly 

compete with the microbiome for nutrients. The secreted products from the parasites like 

acetate and lactate are utilized by some bacteria as their energy source, leading to a change in 

their growth [60]. The helminths also compete with the microbiota for nutrient like glucose, 

which can affect its availability for the bacteria [61]. The helminths secrete AMPs that can alter 

microbial communities [62]. The intestinal microbiota also produces and utilize many 

intestinal metabolites (SCFAs) including acetate, butyrate and propionate, which help in 

immune system development [53]. The SCFAs are released when the microbiota carries out 

anaerobic fermentation of carbohydrates in the intestine, so their altered composition following 

helminthic infection can also alter carbohydrate metabolism, observed in Trichuris suis model 
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in pigs [53]. In naµve mice, the most abundant microbiota was found to be from the phylum 

Bacteroidetes, which breaks down fiber to SCFAs. These act as energy sources for the host 

[63]. The SCFAs are also anti-inflammatory and can stimulate the differentiation and 

suppressive capacity of FOXp3+ Treg cells (Regulatory T cells) [61]. They can also decrease 

the release of inflammatory cytokines by inhibiting NF-kB pathway, stimulate mucus 

production, and decrease allergic airway inflammation and IL-10 expression in mesenteric 

lymph nodes in mice [53]. The direct alteration of these intestinal metabolites can alter immune 

response and the colonization of pathogens as well [53].  

The microbial bacterial environment also helps in establishment of infectivity by the intestinal 

parasites. The bacteria can associate with the egg-polar plug of the intestinal helminths, 

contributing to the emergence of their infective larvae [33]. Again, to facilitate the worm-

growth, the parasites alter the bacterial community for their advantage [33]. It was observed in 

a study that, a high burden of helminthic infection in humans during early life in endemic areas 

altered the composition and stability of microbiota [64] [65]. Since the microbial composition 

has been observed to play a role in the establishment of parasitic infestation, it may be 

suggested that regulation of the microbial components play a role in controlling parasitic 

infection [34]. 

 

 1.6 Effect of helminth-microbiota interaction on host immunity  

The intestinal microbiota is an important part of the functional innate immune system. The 

interaction between parasitic helminths and gut microbiota has influence on homeostasis and 

host immune response [30]. The GI helminths have immune-suppressive properties, which 

changes immune-mediated response [54]. It can be said that, this microbiota-parasite-host 
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interaction forms a three-way synergy [66]. Also, due to host-parasite interaction, the immune 

and structural cells of humans and other mammals achieve ótoleranceô, the ability to restrict 

the tissue damage actively without creating an impact on the parasite-load, for the maintenance 

of the hostôs fitness [52]. The intestinal helminths can cause long-term infection by avoiding 

immune-mediated expulsion, which helps them not only to persist in the body, but also they 

can impair the immune system, observed in both humans and mice models [56]. Studies 

suggested that the parasite mediated TH2 response was associated with some changes in the 

mucosal environment with subsequent changes in the gut microbial environment. As 

mentioned before, the mucosal environment also has impact on host microbiota [66]. 

Furthermore, changes in the microbiome have revealed its association with some inflammatory 

diseases like inflammatory bowel disease (IBD), diabetes, allergy [67]. Live helminthic 

infection is associated with decreased prevalence of allergic disease in humans and decreased 

allergic airway inflammation in mice [68] [69]. The decrease in parasite infections in the 

developed world may be a cause for the rise in the frequency of immune associated disorders 

in these populations [56]. Even without the infection, the helminth-altered microbiota can also 

modulate host immunity. Some studies revealed that the transfer of altered microbiota in the 

absence of live infection was associated with decreased airway inflammation in mice [53].   

The intestinal helminths usually are expulsed through TH2 effector mechanism, but 

sometimes, this type-2 immune response is not able to cause the complete expulsion of the 

worms. This is because some helminths show certain regulatory mechanisms [61]. The 

helminths can secrete excretory-secretory products (ESPs) like immunomodulatory proteins, 

defensins, glycoproteins and microRNA (miRNA), that can modulate the immune cells of the 

hostôs body and can also directly induce certain regulatory cells like FOXp3+ Tregs. This gives 
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them the opportunity to survive longer in the host and increases host susceptibility to infections 

and inflammation [61]. The helminths can modulate microbial composition through their ESPs 

and AMPs. Toll-like receptors (TLRs) and nucleotide-binding oligomerization domain (NOD)-

like receptors are pattern recognition receptors (PRRs) that can detect the metabolites secreted 

by intestinal microbiota [61]. The helminths and their derived products can also change the 

expression of these PRRs, which modulate host recognition of microbes. Thus, the helminths, 

microbes and host immunity, all act interpersonally and modulate each other [61]. 
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Figure 3. Immunological Regulation of Goblet Cell Function and Role of Microbiota in Enteric 

Parasitic Infection 

The goblet cells present antigens (Ags) through GAPs to the antigen-presenting cells (APCs) 

in the lamina propria, which include dendritic cells (DCs) [2] [25]. The DCs process Ags, 

present them to the CD4+ T-cells and convert them into TH2 cells, which secrete various 

cytokines (IL-4, IL-13) that cause goblet cell hyperplasia through a STAT-dependent pathway 

and increase mucin secretion, providing immunity to the host [2] [27]. Cytokines secreted from 

enterocytes and other types of immune cells in the lamina propria (innate lymphoid cell-2/ILC-

2, TH17) can also induce goblet cell hyperplasia directly or indirectly by inducing TH2-

mediated cytokine secretion. The microbiota in the gut lumen can induce changes in the mucin 

property secreted by the goblet cells in response to a parasite. The parasites can modulate 

changes in the microbial community and the microbiota also plays important roles in parasitic 
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establishment, indicating a synergistic relationship between the parasite and the microbiota. 

The picture is generated by the author. 

 

 1.7 Intestinal parasitic nematode (Trichuris muris)  

Soil-transmitted helminths or STH affect more than 1 billion people worldwide [51].  Trichuris 

muris is a soil-transmitted helminth and murine pathogen having similarities in genomic, 

transcriptomic and morphological aspects with Trichuris trichiura, which is the most common 

intestinal whipworm causing gastrointestinal infection in humans around the world [26] [27] 

[29]. Trichuris species are epithelial dwelling parasites that can infect humans, livestock and 

mammals, also potentially showing relative drug resistance and re-infection [51]. T. trichiura 

itself infects around 800 million people worldwide, most of them being children who show 

symptoms of malnutrition and intellectual retardation [51] [70] [71]. T. muris in mice is a 

common laboratory model used to study the various pathophysiological, immunological, 

microbiological and inflammatory changes that occur in the GI tract following infection [72] 

[73]. T. muris secrete ESPs by which they invade the host tissue and promote microbiological 

alteration, tissue remodeling, and evasion of immunological and inflammatory responses [53]. 

 

1.7.1 Life cycle of T. muris  

The infection with T. muris occurs after the ingestion of eggs excreted through the feces of 

the infective hosts [29]. The eggs excreted through the feces become embryonated in a 

period of approximately two months, which cause the infection [51]. In the large intestine, 

the eggs mostly hatch in the wall of caecum and proximal colon, where they undergo 4 

larval molting, namely L1, L2, L3 and L4.  The first larval molting occurs within 90 
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minutes of infection and the subsequent stages happen around 9-11, 17 and 22 post-

infection (p.i.) days respectively [29]. The expulsion of worms starts from day 14 p.i. and 

by day 21, most of the worms are expelled from the gut in resistant mice [28]. After 21 

days, worm expulsion gradually decreases [63]. Between day 32 and 35 post-infection, full 

larval development occurs and the adult worms are released from the epithelial wall of the 

caecum and proximal colon into the gut lumen [51] [63]. By day 35 p.i., complete worm 

expulsion occurs in resistant strains of mice, although the susceptible strains may harbor 

worms after 35 days [27] [63].  The anterior part of the adult worms is covered by parasite-

modified epithelial cells forming a structure similar to ósyncytial tunnelô. An electron 

microscopy study showed that adult worms live in direct contact with the modified 

epithelial cell cytoplasm [51]. 
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Figure 4. Life cycle of T. muris 

The infection with T. muris is initiated by ingestion of embryonated eggs. The hatching of the 

eggs in the cecal epithelium is facilitated by the intestinal microbiota, where they undergo 4 

larval molting stages (L1-L4). After 32 days, the larvae become adult worms and can be found 

in the cecal and colonic lumen. The unembryonated eggs are released into the environment 

with the feces and take around 2 months to become embryonated. The picture is generated by 

the author, adapted from Klementowicz et al., (2012) [51]. 
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1.7.2 Responses to T. muris by resistant and susceptible strains  

The intestinal helminth T. muris survives in the host by eliciting a Helper T-cell type-1 or 

TH1 immune response, whereas the resistance to T. muris is achieved by TH2 immune 

response. A study conducted on BALB/c mice showed that a high dose infection with more 

than 150 eggs of T. muris resulted in expulsion of worms by TH2 immune response and a 

low-dose infection with less than 15 eggs resulted in chronic infection in mice resulting 

from their survival in the gut [26]. More than 70% of the mouse strains such as BALB/c, 

BALB/k, C57BL/6 are resistant to T. muris who expel the worms by day 35 p.i. by eliciting 

TH2 immune response if high infective dose is given, whereas the susceptible strains such 

as AKR and B10Br elicit TH1 immune response and cannot expel T. muris worms resulting 

in chronicity [29]. Also, C57BL/6 and BALB/c are susceptible to T. muris chronic infection 

if low infective dose is given [29].  

 

1.8 Effects of T. muris on host immunity 

1.8.1 Effects on goblet cells and mucins 

The intestinal mucus forms part of the front-line defense. In acute T. muris infection, activation 

of transcription factors leading to goblet cell hyperplasia was observed [26] [27]. Following T. 

muris infection, hyperproliferation of goblet cells was seen in the mice models who were able 

to expel the worms, and hyperproliferation of enterocytes was seen in the mice who could not 

expel the worms resulting in chronic infection [26] [27] [74] [75]. Although the goblet cell 

hyperplasia is considered largely under the control of TH2 immune response, IL-4/IL-13 

independent hyperplasia of goblet cells can also happen according to some studies [76] [77] 

[78].  



MSc Thesis ï Z. T. Haider; McMaster University ï Medical Sciences    

 

 но 

In the resistant BALB/c mice during acute infection with high dose of T. muris eggs, significant 

upregulation of Math-1 (mouse Atoh-1) and SPDEF was observed leading to increased 

differentiation and number of goblet cells, whereas during chronic infection with low dose of 

T. muris eggs in the same strain of mice, there was increased expression of Hes-1 leading 

towards the enterocyte differentiation [26]. Acute infection in mice also led to increased 

thickness of glycocalyx layer composed of glycans and various cell-surface mucins compared 

to WT mice and mice with chronic infection. Although hypersecretion of glycoprotein was 

observed in both acute and chronic infections, the IL-13 regulated glycoprotein hypersecretion 

mediated by GABA-Ŭ3 receptors was more pronounced in acute infection versus chronic after 

21 p.i. days [26]. The glycosylation profile also altered after infection which showed mucins 

with relatively more charge in acute compared to chronic infection, which might have 

increased the barrier function of the mucus leading to worm expulsion [26]. Muc2 mucin, the 

major secretory mucin of goblet cells showed significant upregulation with increased goblet 

cell numbers in T. muris infected resistant BALB/c mice during day 21 and 35 p.i. as opposed 

to infected susceptible AKR strain. This also correlated with worm expulsion in resistant mice 

[27]. Muc2 deficiency in mice resulted in not only a delay in worm expulsion, but also an 

aberrant loss of goblet cell phenotype, abnormal mucosal morphology in the colon, and 

perpetuation of dextran sulphate sodium-induced colitis [27] [79]. Goblet cell hyperplasia 

mostly is mediated by TH2 cytokines IL-4 and IL-13 through STAT-6 dependent pathway. A 

previous study has shown that Stat-6-/- mice during T. spiralis infection presented with 

diminished goblet cell number and impairment in worm expulsion compared to WT mice [77]. 

Muc5ac, which is normally expressed in the stomach and lungs was seen to be a critical 

mediator for worm expulsion of the resistant C57BL/6 mice with T. muris infection [28]. In 
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infected WT mice, hypersecretion of IL-13 induced Muc5ac was observed, whereas Muc5ac-/- 

mice, despite having a prominent TH2 response, showed high susceptibility to T. muris 

harboring chronic infection with lower goblet cell number and Muc2 expression compared to 

infected WT [28]. In the same study it was seen using human colon cancer cell lines that worms 

are creating less ATP (adenosine triphosphate) in MUC5AC producing cells, which is thought 

to be an important mediator for worm viability. 

 

1.8.2 Effects on other innate immune cells 

Other than goblet cells in the mucus barrier and PRRs (which are discussed later), various types 

of innate immune cells provide protection against T. muris, some of which include APCs like 

dendritic cells (DCs), natural killer (NK) cells, macrophages, innate lymphoid cell type-2 (ILC-

2), basophils and mast cells [51]. Epithelial cells have also been seen to provide immunity 

against T. muris and to act as a bridge between innate and adaptive arms. Intestinal epithelial 

cells secrete IL-25, IL-33 and thymic stromal lipoprotein (TSLP) which were seen to induce 

ILC-2 and multipotent progenitor (MPP) cells and they subsequently promoted CD4+ T-cell 

proliferation and differentiation towards TH2 phenotype resulting in increased IL-4, IL-5, IL-

13 during T. muris infection [29] [80] [81]. Resistant mice were seen to secrete higher amount 

of IL-33 from enterocytes on day 3 p.i. and recombinant IL-33 administration into the 

susceptible mice at an early stage of infection helped the mice to expel the worms, the 

phenomenon which was otherwise not observed if administered during the late stage of 

infection or into the severe combined immunodeficiency (SCID) mice [80] [82] [83]. 

The DCs are potent APCs which take up the Ags and present them to T-cells promoting TH2 

differentiation and releasing of cytokines. The DCs express class-II major histocompatibility 
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complex (MHC-II), CD80, CD86, CCR7 and lower endocytic activity [84]. DCs migrate to 

the mesenteric lymph nodes (MLNs) in the lamina propria where the naµve T-cells are located 

to stimulate TH2 differentiation. These recruited DCs mature at the site of infection on day 7 

p.i. in the resistant mice following T. muris infection [29]. This mobilization of the DCs to the 

site of the infection in resistant mice is stimulated by certain chemokines, such as CCL2, CCL3, 

CCL4, CCL20 and TSLP [84]. There are various subsets of DCs that can show varied responses 

to infection and among them, CD11b+ DCs have been seen to enhance TH2 response during 

T. muris infection [85].  

Previous study has shown that NK cells can also produce IL-4 and IL-13 and activate TH2 

cells during T. muris infection [51]. They were also seen to play a role in sex-based differences 

during T. muris infection where these cells in male IL-4-/- mice showed increased expression 

of CXCR3 receptor that enhances interferon- ɔ (IFN-ɔ) secretion and TH1 immunity resulting 

in susceptibility [86] [87]. The DX5+ NK cells in female IL-4-/- mice, on the other hand, 

produced more IL-13 and expelled the worms [88].  

Mast cells and eosinophils are some of the hallmarks of parasitic infection and their 

accumulation was also seen at the site of T. muris infection in resistant mice [29]. Both types 

of cells have been seen to promote TH2-mediated response in acute T. muris infection [29] 

[89]. The basophils have also been seen to produce some TH2-inducing cytokines that 

facilitated DC-mediated TH2 differentiation leading to resistance to infection [51].  

 

1.8.3 Effects on adaptive immune response 

There are several studies that have already shown that intestinal helminth T. muris survives in 

the host by eliciting a type-1 (TH1) immune response, whereas the resistance to T. muris is 
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achieved by TH2 immune response. Lee et. al. showed that when naµve mice receive T-cells 

but not B-cells, they show resistance to T. muris [90]. In another study, it was seen that the 

nude or T-cell deficient mice who showed susceptibility to T. muris partially restored resistance 

and showed worm expulsion after they received splenocytes or MLNs or thymocytes [91]. The 

deficiency of CD4+ T-cells in mice causes susceptibility to T. muris and the adoptive transfer 

of these cells from BALB/c to SCID mice showed worm expulsion [51] [92]. The mice with 

chronic infection secrete IFN-‎ from the TH1 cells with the production of immunoglobulin-

G2a (IgG2a) that helps in survival of the worms and with the administration of anti-IFN-ɔ-

antibody (Ab) or recombinant TH2 cytokine IL-4, they showed resistant phenotype [93].  

The susceptible mice produce high levels of TH1 cytokines such as IFN-ɔ, IL-18, IL-12 and 

pro-inflammatory mediators like TNF-Ŭ and IL-17 that can lead to prolonged inflammatory 

reactions resulting from chronicity [93] [92] [95] [96]. TH2 cytokines IL-4 and IL-13 play the 

major role in worm expulsion in resistant mice and their deficiency cause susceptibility to T. 

muris [97] [98]. B-cells and their antibodies also represent the adaptive arm of the immune 

system and it was seen in resistant mice that T-cells can stimulate B-cells to secrete antibodies 

that can facilitate antibody-dependent cellular cytotoxicity (ADCC) process, providing more 

immunity to T. muris [29]. The susceptible strains, however, showed higher IgG2a production 

which is a TH1-associated Ab, whereas the resistant strain produced more TH2-associated Ab 

IgG1 [29] [99]. 

 

1.8.4 Effects on PRR-mediated signaling 

NOD-like receptors (NLRs) and Toll-like receptors (TLRs) are pattern recognition receptors 

(PRRs) expressed in the cytoplasm or on the surface of various immune and non-immune cells 
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including macrophages, DCs, NK cells, neutrophils, epithelial and endothelial cells. They 

recognize the pathogen-associated molecular patterns (PAMPs) or damage-associated 

molecular patterns (DAMPs) that act as ligands for the receptors. The PRRs provide first-line 

defense against microbes by acting as a bridge between innate and adaptive host defense, 

leading to the subsequent activation of adaptive response [100].  To date, there are ten human 

and thirteen murine subtypes of TLRs that have been identified, most of which are 

transmembrane proteins [101].  The NLRs, on the other hand, are intracellular proteins that 

have twenty three subtypes in humans and thirty four in mice [102]. 

Goblet cells in the colon express high levels of TLR1/2, TLR4 and TLR5 on their surface, and 

NOD1 and NOD2 intracellularly [103]. Previous studies have shown that ESPs from certain 

helminths like Hymenolepis diminuta increased the expression of TLR2 and TLR4 in the 

mouse intestine and increased TLR2 in murine colonic DCs was also observed in Schistosoma 

japonicum infection [104] [105]. In the context of T. muris, research from our lab has shown 

both in vivo and in vitro that T. muris ESPs can directly act through the TLR2 receptors in NF-

əɓ dependent pathway to cause increased 5-hydroxytryptamine (5-HT) or serotonin production 

from the enterochromaffin (EC) cells in the gut [103]. 

The NOD2 receptor plays an important role in colonic epithelial cell response to T. muris and 

in recruitment of colonic DCs to the site of infection [106]. Our lab has demonstrated that T. 

muris infected NOD1/2- DKO (double knock-out) C57BL/6 mice had decreased number of 

goblet and Muc2-expressing cells in the colon along with decreased IL-4 secretion and 

increased worm burden in contrast to infected WT mice [107]. When the naµve mice were 

treated with NOD1 and NOD2 agonists, they showed an increase in goblet cell number and 

Muc2 expression [107]. The human colonic adenocarcinoma cell line LS174T has goblet cell-
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like properties and secretes high levels of MUC2 [108]. Our study has also shown in vitro that 

there was increased expression of MUC2 in this cell line when treated with NOD1 and NOD2 

agonists [107]. However, whether the T. muris ESPs can directly act through the NOD 

receptors in enhancing SPDEF and mucin expression is yet to be determined. 
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Figure 5. Immune responses generated against T. muris infection in resistant and susceptible 

mice 

The resistant strains of mice generate TH2-mediated immune response with production of IL-4, 

IL-5, IL-9 and IL-13 from activated TH2 cells. The TH2 response facilitates worm expulsion by 

causing hyperplasia of goblet cells, increased Muc2 and Muc5ac secretion from the goblet cells, 

accelerated epithelial cell turnover and increased smooth muscle contractility of the colon. These 

effector mechanisms are reversed in susceptible strains of mice where TH1-mediated immune 

response is observed with production of IFN-ɔ, which causes chronic infection due to failure in 

worm expulsion. The goblet cells in the colon express a variety of PRRs (TLR2, TLR4, NOD1, 

NOD2) [103]. These receptors bind with a couple of ligands that include bacterial LPS, LTA, PGN 

and flagellin, and ESPs from T. muris worms. The receptor-ligand binding generates downstream 

intracellular signaling pathways (NF-əɓ, MAPK), which help in transcriptional activation of 

Muc2. The pictures are generated by the author. 
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1.9 T. muris and host microbiota interaction 

The interaction between the intestinal parasite and host microbiota has been the most studied 

in the context of GI worms, like the Trichuris species [30]. The microbiota acts as an essential 

component in the establishment of worms in the gut and the worms can subsequently alter the 

microbial composition. In acute T. muris infection in mice, the gut microbiota contributes to 

the establishment of worms by facilitating their egg hatching. The established T. muris 

infection alters the microbial environment into a less favorable condition, and this altered 

microbiota facilitates chronic infection by inhibiting the hatching of eggs of a second dose of 

infection [51]. A study conducted in C57BL/6 mice demonstrated that pre-treatment of mice 

with antibiotics before the ingestion of eggs resulted in reduced infection level [63]. T. muris 

can alter gut microbiota in different ways that include alteration of the mucus, physiological 

changes in the internal environment and secretion of AMPs like Ang4. Housing condition of 

the animal model can also cause changes in the internal microbial environment [51]. A chronic 

inflammatory diarrhea (CID) model in macaques showed that T. trichiura infection was 

associated with an increase in Ŭ-diversity of gut microbiota, altered the microbial composition 

and abundance and decreased the clinical signs of CID [30].  

Adult T. muris worms reside in the cecum and colonic mucosa on the GI tract, the highest 

abundance being in the proximal colon [51]. It was noticed that chronic T. muris infection in 

mice caused by low infective dose resulted in diminished Ŭ-diversity in cecal and colonic 

microbiota and changes in the abundance of bacterial taxa, whereas acute T. muris infection 

with high infective dose did not show any significant change in the Ŭ or ɓ-diversity [63] [109] 

[110]. In chronic T. muris infection in C57BL/6 mice, the changes in the microbial composition 

and Ŭ, ɓ-diversities of microbiota in stool samples started appearing as significant between 14 
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and 28 p.i. days, and were maintained until the end of experiment after 91 days [63]. A different 

species of Trichuris, a T. suis model study conducted in pigs showed that infection with T. suis 

was associated with an increased abundance of Prevotellaceae family and Mucispirillum 

genus. Mucispirillum colonizes in the GI mucus layer, so its increased abundance resulted in 

increased production of mucus following infection, indicating an association between 

alteration of mucus production and microbial change [109] [111].  

Intestinal luminal microbes help T. muris larvae to properly hatch in the colonic epithelium. 

Oral administration of Lactobacillus casei in mice can increase the susceptibility to T. muris 

[112] [113]. Reducing the number of bacteria in the gut resulted in significant decline in the 

number of hatched T. muris eggs [112]. In a study, T. muris eggs were hatched in vitro and 

incubated at 37 with mouse cecal explants containing four different species of bacteria- 

Escherichia coli, Staphylococcus aureus, Salmonella typhimurium and Pseudomonas 

aeruginosa. It was observed that T. muris eggs could hatch successfully almost at a similar rate 

in every bacterial suspension, whereas the removal of bacteria through filtration or their 

structural disruption prevented hatching of the eggs [112]. This suggests that not only the 

presence of bacteria, but also their intact morphology play key roles  in the establishment of 

parasitic infections [112]. Administration of antibiotics into the mice can reduce aerobic and 

anaerobic bacteria, subsequently affecting the hatching of T. muris eggs [114]. All these 

findings suggest how crucial the gut microbial environment is for the survival of the intestinal 

dwelling parasites and how the parasites can also modulate a change in the microbial 

community. 

 



MSc Thesis ï Z. T. Haider; McMaster University ï Medical Sciences    

 

 оо 

1.10 Effects of T. muris in SPDEF-mediated transcription program 

The role of SPDEF in goblet cell hyperplasia and mucin hypersecretion, and its induction 

through TH2-mediated inflammatory response in the airway and conjunctiva have been 

previously studied, along with its role in the intestine [115] [116] [115].  It has already been 

observed that transcription factors Atoh-1 and SPDEF were upregulated in acute T. muris 

infection in BALB/c mice around the time of the worm expulsion and the transcription factor 

Hes-1 which helps in enterocyte differentiation was upregulated in chronic infection [26]. This 

indicates a bias towards higher goblet cell differentiation in mice during acute T. muris 

infection. 

Although upregulation of SPDEF around the time of worm expulsion is observed in resistant 

mice during T. muris infection, the precise role of SPDEF in worm expulsion and the role of 

interaction between intestinal microbiota and NOD/TLR innate immune signaling in activation 

of SPDEF during T. muris infection remain to be determined. 
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Chapter 2: Hypothesis and aims 

 

Based on the literature presented on the role of SPDEF in goblet cell response, the innate and 

adaptive immune responses in T. muris parasitic infection, and the changes in microbial diversity 

and composition by the parasite; this thesis hypothesizes that T. muris infection modulates 

intestinal goblet cell response and mucin production by activating SPDEF mediated transcription 

program.  

 

Aim 1 

To determine the role of SPDEF in intestinal goblet cell response and mucin production 

during T. muris infection 

Rationale:  In previous studies, as discussed in Chapter 1, upregulation of SPDEF was observed 

in BALB/c mice during acute T. muris infection in association with increased colonic goblet cell 

numbers [26]. However, the precise role of SPDEF in goblet cell response and in T. muris 

expulsion remains to be determined. Herein, we investigated the role of SPDEF in regulation of 

goblet cell response and production of mucins (Muc2, Muc5ac), worm expulsion and generation 

of TH2 cytokines (IL-4, IL-13) following acute T. muris infection utilizing SPDEF-deficient 

(SPDEF-/-) mice and WT counterparts on BALB/c background. Microbial analysis was also 

performed in T. muris infected WT and SPDEF-/- mice. 
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Figure 6. The experimental plan carried out between WT (SPDEF+/+) and SPDEF-deficient 

(SPDEF-/-) mice to observe the role of SPDEF in goblet cell response in T. muris infection 

 

Aim 2 

To understand the role of T. muris-microbiota axis in activating SPDEF to regulate goblet 

cell response and mucin production  

Rationale:  The changes in microbial composition and diversity in T. muris infection and its role 

in parasite establishment in the gut are well-documented [51] [63] [109] [110]. The relationship 

between parasite and host microbiome is mediated by a variety of mechanisms, which include 

ESPs and AMPs secreted by the parasite, worm-induced TH1/TH2 immune responses leading to 

mucosal and bacterial changes and modulation of PRR-mediated signaling pathways [9] [117]. In 

this aim, we investigated the effects of adoptive microbial transfer from naµve and T. muris infected 
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mice to antibiotic-treated (ABX-treated) mice in regulation of SPDEF and mucin production. We 

also performed microbial analysis to observe the differences in ABX-treated groups with or 

without microbial transfer to study the role of parasite-microbiota axis in this context. 

 

Figure 7. The experimental plan carried out among 3 groups of ABX-treated mice, with or 

without microbial transfer to observe the role of T. muris-microbiota interplay in modulating 

SPDEF 

 

Aim 3 

To understand the role of SPDEF in mediating the effect of NOD/TLR innate immune 

signaling in mucin production during T. muris infection  

Rationale:  Our lab has shown that  T. muris ESPs exert a direct effect on TLR2 receptors in human 

enterochromaffin (EC) cell line BON-1 cells [103]. TLR2 expression was also seen to be affected 

by gut microbiota observed in GF and ABX-treated mice [103]. The stimulation of LS174T cells 

with NOD1 and NOD2 agonists upregulated MUC2 expression, and treatment with NOD1, NOD2 
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agonists in WT and GF mice also showed increased goblet cell numbers and Muc2 expression 

[107]. LS174T cells possess human colonic goblet cell-like properties and secrete higher levels of 

MUC2. Herein, we investigated whether the change in SPDEF is mediated through NOD/TLR 

immune signaling pathways during T. muris infection utilizing this cell line (Figure 8). 

 

Figure 8. The experimental plan carried out using LS174T cells to observe the role of NOD/TLR 

signaling in modulating SPDEF during T. muris infection 
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Chapter 3: Methods 

3.1 Animals 

All the mice used in the experiments were from BALB/c background. Each group had a 

combination of both male and female mice and were 6-8 weeks old. The breeding pairs of WT 

(SPDEF+/+) and SPDEF-/- mice on BALB/c background were obtained from Cincinnati Children's 

Hospital Medical Center (Cincinnati, Ohio, USA). The SPDEF-/- mice were produced by genetic 

mutation. The BALB/c mice for antibiotic treatment were purchased from The Jackson Laboratory 

(Bar Harbor, ME, USA). All the mice were kept in sterile, filter-topped cages at McMaster 

University Central Animal Facility (CAF) under specific pathogen-free (SPF) conditions where 

they were adapted to the environment for a duration of 7 days before starting any experiment. The 

mice received autoclaved food and water at 21-22  and were kept in a 12-hour light-dark cycle. 

All animal experiments were conducted in accordance with Canadian guidelines for animal 

research and were approved by Animal Research Ethics Board (AREB) at McMaster University. 

3.2 T. muris infection 

To generate a batch of T. muris eggs, a number of immunodeficient mice (C57BL/6 SCID, The 

Jackson Laboratory, stock no. 001913) were infected with around 300 T. muris eggs by oral gavage. 

Following their sacrifice after day 35, T. muris worms were carefully removed from their cecum 

and were harvested in 5 ml RPMI 1640 media with 500 U/ml penicillin and 500 ɛg/ml 

streptomycin. The culture was incubated at 37  for 4 hours and then overnight. Eggs from this 

culture were resuspended in autoclaved distilled water. The eggs are then stored in a 175 ml flask 

in dark at room temperature for 2 months before preparing them for oral gavage. To prepare the 

eggs for gavage, the stored eggs were washed, transferred to a 15 ml falcon tube with autoclaved 

distilled water and the solution was centrifuged at 1500 rpm for 5-6 minutes. The eggs were then 
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transferred to a foil-wrapped 15 ml falcon tube. The live, mature eggs were counted per 50 ɛl under 

a light microscope. The counting was adjusted to approximately 300 eggs for high dose (acute) 

infection and the eggs were suspended in 200 ɛl autoclaved distilled water for the preparation of 

gavage. A group of SPDEF+/+ and SPDEF-/- mice for aim 1 experiments received a single dose of 

approximately 300 T. muris eggs per 200 ɛl sterile water solution to establish acute infection. In 

acute infection, the majority of the worms in resistant mice are expelled between 14 and 21 days, 

so the timepoints of sacrifice were set at day 14 and 21 p.i. for two different groups of 

SPDEF+/+and SPDEF-/- mice (Figure 6). Throughout the time of infection, the mice received 

adequate autoclaved food and water, and their weight and physical condition were assessed twice 

weekly. 

After sacrifice, the cecal samples were collected and stored at -20  to assess the worm burden 

under a dissecting microscope. The counting of worms was done by scraping the tissue and 

suspending the cecal contents in sterile water. The colonic and fecal samples were also collected 

and stored in -80  for other experiments. 

3.3 Antibiotic treatment 

3 groups of BALB/c mice (each group containing 4 mice) received a cocktail of broad-spectrum 

antibiotics consisting of neomycin, ampicillin, vancomycin, and metronidazole (all 0.5 g/L) in 

sterile drinking water for 10-12 days (Figure 7). During the time of treatment, their body weight, 

water and food consumption were recorded daily. One set of mice was sacrificed at the end of the 

treatment period and their cecal, colonic, and fecal samples were collected for experiments. 

3.4 Adoptive microbiota transfer 

At the end of the antibiotic treatment, 2 sets of antibiotic treated BALB/c mice received 200 ɛl of 

cecal content diluted with sterile water from either naive BALB/c or T. muris infected donors by 
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oral gavage for 3 consecutive days. The cecal contents from T. muris infected donors were 

collected at day 35 p.i. . The cecal contents from both donors were diluted in sterile phosphate 

buffer saline (PBS), incubated in 37  water bath for 20-30 minutes with vigorous shaking every 

5 minutes and were aliquoted in small tubes before transfer. The rest of the aliquoted contents were 

stored in -80  for microbial analysis.  

3.5 Tissue preparation 

After sacrifice, the colonic tissue was collected from each mouse. The tissue was divided into 5 

sections of approximately 1.5 cm length, the sections were flash frozen in liquid nitrogen before 

storing them at -80  and was used for different assays according to the location of the sections. 

From proximal to distal, the sections were used for the following assays: quantitative polymerase 

chain reaction (qPCR), 5-HT/ serotonin assay (if needed), cytokine assays, histology, 

myeloperoxidase assay (if needed) and an extra segment of tissue for any other supplementary 

experiment. For histology, tissue of 1-2 mm length was placed in histology cassettes. Some cecal 

contents and fecal matters were stored for subsequent microbial analysis. 

3.6 Histology (goblet cell staining) 

Colonic tissues (around 2 mm in length) were placed in histology cassettes following sacrifice and 

were fixed in 10% neural buffered formalin for 24-48 hours. The cassettes were transferred to 50% 

ethanol and then to 70% ethanol before embedding the tissues in paraffin wax. A periodic acid-

Schiff (PAS) stain was used to stain the paraffin-embedded tissue slides in order to detect the 

colonic goblet cells. The PAS+ goblet cells were counted per 10 colonic crypts in 4 different 

quadrants (12, 3, 6, and 9 oô clock regions) for each mouse. 
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3.7 Immunofluorescence (IFC) 

The formalin-fixed, paraffin-embedded colonic tissues cut to around 5 ɛm were stained for mouse 

Muc2 and SPDEF to observe their expression. The sections were first deparaffinized by heating at 

60  for 40 minutes and cleaned with CitriSolv (Fisher Scientific, ON, Canada). The sections were 

rehydrated using a graded ethanol series in decreasing concentration from 100% to 70% and later 

quenched for 5 minutes in 3% hydrogen peroxide in methanol. After then, the slides were washed 

3 times with PBS for 5 minutes and subjected to heat-induced epitope retrieval in 0.01 M citrate 

buffer (pH: 6.0) at a sub-boiling temperature for 10-15 minutes. The slides were again washed with 

PBS 3 times for 5 minutes and blocked with 5% normal goat serum (VECTASTAINÈ) for 30 

minutes before incubating them with primary antibodies overnight at 4 . The primary antibodies 

were polyclonal rabbit anti-SPDEF (1:50, LSBio-C749124) and polyclonal rabbit anti-Muc2 

(1:75, sc-15334, Santa Cruz Biotech). The sections were washed 3 times for 5 minutes before 

incubating them with secondary antibodies for 1 hour. The secondary antibodies used were Alexa 

Fluor 488-conjugated goat anti-rabbit Immunoglobulin G (IgG) (1:1000, Invitrogen) for SPDEF 

staining and Alexa Fluor 594-conjugated goat anti-rabbit IgG (1:1000, Invitrogen) for Muc2 

staining. After washing 3 times with PBS for 5 minutes, the sections were mounted with 4ô,6-

diamidino-2-phenylindole (DAPI) (Thermo Fisher, lot 2476677) for nuclear counterstaining and 

kept in the dark overnight. A Nikon digital camera attached to a fluorescence microscope (Nikon 

Eclipse 80i) with 40x magnification lens was used to capture the images and immunostaining was 

examined using NIS Elements Basic Research imaging software. The number of SPDEF+ and 

Muc2+ cells were counted per 10 crypts in 4 different quadrants for each section. 
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3.8 Enzyme-Linked Immunosorbent Assays (ELISA) 

Approximately 15 mg of colonic tissues were first homogenized for 5 minutes at 30 Hz in 1 ml 

lysis buffer with protease inhibitor cocktail (PIC) (10 ml lysis buffer supplemented with 50ul of 

PIC) and centrifuged at 13000 rcf for 5 minutes. The supernatants were collected and stored at -

80  for protein quantitation which was performed according to the manufacturerôs instructions 

using the DC Protein Assay Kit (catalogue no: 5000111, Bio-Rad Laboratories). The protein 

concentration of each sample was compared to a standard curve of known concentration using 

bovine serum albumin (BSA) (BioShopÈ Canada Inc., Burlington, ON). Mouse anti-inflammatory 

cytokines IL-4 and IL-13 were measured using commercially available ELISA kits (Quantikine 

Murine, lot P293959 for IL-13 and lot P284248 for IL-4; R&D Systems, Minneapolis, MN, USA) 

according to the manufacturerôs protocol. The results were normalized to the total protein 

concentration measured by protein assay. 

3.9 Microbial analysis 

To analyze the changes in microbial composition and diversity in SPDEF+/+and SPDEF-/- groups 

at both uninfected and T. muris infected (14, 21 p.i.) stages for aim 1 and antibiotic-treated groups 

(with or without microbiota transfer) for aim 2, 16s rRNA sequencing of fecal samples was 

conducted via amplification of V3V4 regions. The amplicons were sequenced via Illumina Mi Seq 

Illumina (Farncombe Institute) and were compared against SILVA taxonomy database following 

the processing via DADA2 pipeline. An online tool for microbial analysis 

(https://www.microbiomeanalyst.ca/) developed by Xia Lab at McGill University was used for the 

analysis of the microbial data. This software broadly uses R package phyloseq for statistical 

analysis and visualization [118]. This tool has various modules to perform microbial analysis 

among which, Marker Data Profiling module-based 16s rRNA marker gene data was used. The 

https://www.microbiomeanalyst.ca/
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data were reduced to a minimum library size to resolve any uneven sequencing depth, or under-

sampling problems in the data.  

The ɓ-diversity was shown using Bray-Curtis dissimilarity index and statistical analysis was 

performed via permutational multivariate analysis of variance (PERMANOVA) visualized on 

principal coordinates analysis (PCoA) plots and interactive 3D plots generated by the software. In 

terms of Ŭ-diversity analysis, Chao1 index was used to address species richness in samples. 

Studentôs unpaired t-test, one-way analysis of variance (ANOVA) and PERMANOVA were used 

to assess pairwise comparison for post-hoc statistical analysis. To observe the abundance of various 

bacterial genera separately, linear discriminant analysis effect size (LEFSe) was performed. A 

corrected p-value of <0.05 was considered statistically significant and was adjusted using false 

discovery rate (FDR). The relative abundance of phylum and genus levels was also observed to 

observe the changes in microbial composition. 

3.10 In vitro experiment: cell culture 

The human colonic adenocarcinoma cell line LS174T was utilized to investigate the role of SPDEF 

in mediating the effect of NOD/TLR innate immune signaling in mucin production (Figure 8), 

which was obtained from Kris Chadee (Gastrointestinal Research Group, University of Calgary, 

Canada). These are adherent cells that secrete high amount of MUC2 and they were primarily 

cultured in a T75 tissue culture flask in Dulbeccoôs modified Eagle mediumïnutrient mixture F-

12 or DMEM F-12 (Gibco BRL Life Technologies, Burlington, Canada). The media was 

supplemented with 10% heat-inactivated fetal bovine serum (FBS), 1% penicillin, and 

streptomycin, and 20 mM of HEPES buffer (pH 7.5) (Invitrogen Life Technologies, Burlington, 

Canada). The cells were subcultured a few times in T175 tissue culture flasks and cells from 

passages 3 to 5 were chosen for subsequent seeding. The cells were seeded at half a million density 
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(0.5x106 cells/well) in a 12-well plate and at 5.5x106/dish in 100 mm culture dishes at 37°C for 24 

hours in 5% CO2 and 95% relative humidity before treating them with T. muris ESPs, agonists 

and antagonists for NOD1, NOD2, TLR2 and TLR4 receptors. For these experiments, the 

following treatments were used and the optimum concentrations were chosen according to 

published papers: NOD1 agonist (C12-iE-DAP)- 1 ɛg/ml, NOD2 agonist (L18-MDP) and TLR2/1 

agonist (Pam3CSK4)- 10 ɛg/ml, TLR4 agonist (LPS)- 100 ng/ml, T. muris antigen- 50ug/ml, 

NOD-1 antagonist (ML130)- 10 ɛM, NOD2 antagonist (GSK717)- 15 ɛM, TLR2 antagonist (CU-

CPT22)- 1 ɛM and TLR4 antagonist (LPS-RS)- 5 ɛg/ml [103] [107] [119] [120] [121]. CU-CPT22 

and ML130 were purchased from Tocris Bioscience (Burlington, ON), LPS and GSK717 from 

Sigma Aldrich (Oakville, ON), and others from InvivoGen (San Diego, CA). PBS was used as the 

reagent for control cells. The cells were incubated at 37°C for 24 hours in 5% CO2 following 

treatment. Trypan Blue (Thermo Fischer Scientific, Burlington, Canada) was used to perform a 

Trypan Blue exclusion assay to check the viability of the treated cells. Cell death is indicated by 

blue staining. Cells remained viable following treatment with the drug of interest. 

After 24 hours of incubation, TRIzol RNA extraction was performed to extract the RNA from the 

samples in a12-well plate to perform qPCR to observe the expression of human MUC2 and 

SPDEF. Similarly, from the 100 mm culture dishes, cells were scraped out with PBS and stored at 

-80°C to perform protein extraction and assay for Western blot to detect the protein expression of 

MUC2 and SPDEF. 

3.11 RNA extraction 

Total RNA was extracted from the colonic samples (approximately 15 mg of tissue) and cell culture 

using TRIzolTM reagent (catalog no. 15596026, Thermo Fischer Scientific, Burlington, Canada). 

500 ɛl of TRIzol was added to each sample and homogenized for 5 minutes at 30 Hz followed by 
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incubation at room temperature for 5 minutes. 100 ɛl of chloroform (lot no. l1305, APC, Montreal, 

Canada) was added per sample, vortexed for 10 seconds and incubated at room temperature for 5 

minutes to allow phase separation. The samples were centrifuged at 12000 rcf for 15 minutes at 

4ÁC which separated the samples into a lower phenol-chloroform layer and upper colorless, 

aqueous layer containing extracted RNA. The upper layer was carefully pipetted (100 ɛl) into a 

new set of tubes and 250 ɛl of cold isopropanol (lot no. 93501, Georgetown, Canada) was added 

into the layer to allow RNA precipitation. The samples were incubated for 10 minutes at room 

temperature and centrifuged at 12000 rcf for 10 minutes at 4ÁC. The supernatant was discarded 

after centrifugation and the RNA pellet at the bottom was washed with 75% cold ethanol twice 

with centrifugation at 7500 rcf for 10 minutes in between. At last, the pellet was air-dried for 15 

minutes and dissolved in 20 ɛl RNAse-free water (UltraPure distilled water, lot 2277163, 

Invitrogen) per sample before storing them in -80ÁC for complementary DNA (cDNA) synthesis. 

3.12 Quantification of RNA and purity assessment 

The quantity and purity of RNA were assessed using a UV-Vis spectrophotometer- NanoDrop 2000 

(Thermo Fischer Scientific, Burlington, Canada). The nucleic acid concentration is measured using 

260 nm wavelength and using the 260/280 ratio, the purity of RNA was assessed. Generally, a 

range between 1.8 and 2.2 for 260/230 and 260/280 values are accepted as ópureô. Deviation from 

the range indicates contamination by urea, acid, or phenols that might happen during the process 

of extraction. 
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3.13 Complementary DNA (cDNA) synthesis: 

cDNA synthesis was performed according to the manufacturerôs protocol using High-Capacity 

cDNA Reverse Transcription Kit (Thermo Fisher, lot 2587565) which contains RNA H+ reverse 

transcriptase enzyme preventing RNA breakdown. 

3.14 Real-time Quantitative Polymerase Reaction Chain (RT-qPCR) 

The expression of target genes relative to the housekeeping genes (expressed in every cell at all 

states) was assessed by qPCR. Each 20 ɛl PCR reaction mixture (carried out in duplicates) 

contained 10 ɛl of 2 Ĭ SsoFast Evagreen SYBR Green PCR Master Mix (catalog no. 1725201, 

Bio-Rad, Mississauga, Canada), 7 ɛl of nuclease-free water, 1 ɛl of cDNA, and 1 ɛl of forward 

and reverse primers each (10 ɛmol/L concentration). A CFX96 qPCR system (Bio-Rad) was used 

to carry out qPCR. Expression of target genes was normalized to the reference gene coding for 

mouse 18S rRNA for aims 1 and 2, and human 18S rRNA for aim 3 experiments. The relative 

abundance of mRNA was analyzed by 2-ȹȹCT methods using mean Ñ SEM. The sequences (5ô-

3ô) of mouse and human primers are provided in the following tables (Table 1 and 2). 

 

Table 1: List of human primers 

 Forward (5'-3') Reverse (5'-3') 

18S  TCCACAGGAGGCCTACACGCC TTTCCGCCGCCCATCGATGTT 

SPDEF  CGCTCCATCCGCCAGTATTA GTGCACGAACTGGTAGACGA 

MUC2  ACCCGCACTATGTCACCTTC GGACAGGACACCTTGTCGTT 
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Table 2: List of mouse primers 

 Forward (5'-3') Reverse (5'-3') 

18S  GTAACCCGTTGAACCCCATT CCATCCAATCGGTAGTAGCG 

Spdef  AAGGCAGCATCAGGAGCAATG CTGTCAATGACGGGACACTG 

Muc2  CTGACCAAGAGCGAACACAA CATGACTGGAAGCAACTGGA 

Muc5ac  GTGATGCACCCATGATCTATTTTG ACTCGGAGCTATAACAGGTCATGTC 

ɓ-catenin  TTAAACTCCTGCACCCACCAT AGGGCAAGGTTTCGAATCAA 

Atoh-1 

(Math-1)  

GTGCGATCTCCGAGTGAGAG GGGATAAGCCCCGAACAACA 

 

 

3.15 Western blot  

Protein extraction and measurement of total protein concentration of the cells scraped out with 

PBS from the 100 mm culture dish was performed using the DC Protein Assay Kit (catalogue no: 

5000111, Bio-Rad Laboratories) as per the manufacturerôs protocol. Using the protein quantitation 

template developed by our lab, equal amounts of protein (20 ɛg) for each group were loaded and 

separated by 8 to 12% SDSïpolyacrylamide gel electrophoresis. Following the separation of 

protein, the gels were transferred to a polyvinylidene difluoride (PVDF) membrane (catalogue no: 

1620177. Bio-Rad Laboratories) using Trans-Blot Turbo transfer system developed by Bio-Rad 

according to the manufacturerôs instructions. Membranes were blocked with 5% bovine serum 

albumin or BSA (BioShopÈ Canada Inc., Burlington, ON) in Tris-buffered salineïTween 20 

(TBST) at room temperature for 1 hour before the membranes were incubated overnight with 
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primary antibodies at 4ÁC. The primary antibodies used were against MUC2 (1:250, sc-515032, 

Santa Cruz Biotech), SPDEF ό1:1000, LSBio-C749124), and ɓ-actin (1:1000; catalog no. 4970, 

CST). Membranes were washed 3 times with TBST at an interval of 15 minutes and incubated 

with anti-rabbit horseradish peroxidaseïlinked antibody (1:5000; catalog no. 7074, CST) for 1 

hour at room temperature. Following incubation, the membranes were again washed 3 times and 

the proteins were treated with Clarity MaxTM Western enhanced chemiluminescence (ECL) 

substrate (catalog no. 1705062, Bio-Rad Laboratories). The membranes were exposed to a 

luminescent image analyzer (ChemiDoc Touch Imaging System) where the proteins could be 

visualized. The analysis of the bands was performed using GelQuantNET software, normalized to 

housekeeping protein ɓ-actin. 

3.16 Statistical analysis 

The statistical analysis of all data was performed using GraphPad Prism version 9.0.0 for Windows 

(GraphPad Software, San Diego, California, USA) and the results were expressed as mean ± standard 

error of the mean (SEM). Unpaired Student's t-test was used for comparison between the two groups. 

One-way ANOVA with Tukeyôs post-hoc multiple comparison test was used when comparing more 

than two groups with a single variable and two-way ANOVA with Tukeyôs post-hoc test applied for 

two variables. P value of <0.05 was presented as statically significant. 
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Chapter 4: Results 

 

4.1      SPDEF regulates intestinal goblet cell response and mucin production following T. 

muris infection associated with TH2-mediated immune response  

To explore the role of SPDEF in goblet cell response and mucin production during T. muris 

infection, the number of PAS+ goblet cells, mRNA expression of Spdef, Muc2 and Muc5ac, and 

the number of Muc2+ and SPDEF+ cells were determined in WT (SPDEF+/+)  and SPDEF-/- mice 

with or without T. muris infection (day 14 and 21 p.i.) (Figure 9-12). The number of PAS+ goblet 

cells significantly increased following infection with T. muris in SPDEF+/+ mice at day 14 p.i. 

which remained unaltered at day 21 (Figure 9A, B). The SPDEF-/- mice did not show any 

significant increase in PAS+ goblet cells after infection. Moreover, fewer PAS+ goblet cells were 

observed in SPDEF-/- mice compared to SPDEF+/+ (Figure 9A, B). Since SPDEF, Muc2 and 

Muc5ac are important markers of goblet cells and were seen to be upregulated during T. muris 

infection in mice in previous studies, their mRNA expression was observed via qPCR (Figure 

10A-C). The SPDEF+/+ mice showed significant upregulation of Spdef at day 14 p.i. and 

downregulation by day 21 (Figure 10A). The SPDEF+/+ mice also showed increased expression 

of Muc2 at day 14 p.i. which remained unchanged at day 21 (Figure 10B). Muc2 expression was 

also significantly lower in SPDEF-/- mice as opposed to SPDEF+/+ mice during both uninfected 

and infected periods (Figure 10B).  Muc5ac, a mucin normally expressed in stomachs and lungs 

but seen to be increased in colons in the resistant mice following T. muris infection did not, 

however, show any significant change in its expression (Figure 10C).  

Since the genetic expression of Spdef was higher in SPDEF+/+ mice after infection, the number of 

SPDEF+ cells per 10 crypts was then assessed via immunofluorescence (IFC) in SPDEF+/+ mice. 

The data presented a similar trend regards to protein expression of SPDEF following T. muris 
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infection, which showed that SPDEF+ cells significantly increased at day 14 p.i. and were depleted 

by day 21 (Figure 11A, B). The number of Muc2+ cells in SPDEF+/+ and SPDEF-/- mice was also 

determined via IFC, which showed that Muc2+ cells in SPDEF+/+ mice increased at day 14 and 

remained unchanged at day 21 p.i. (Figure 12A, B). The downregulation of SPDEF and higher 

expression of Muc2 at day 21 in SPDEF+/+ mice might suggest that there are other factors which 

induce Muc2 expression in goblet cells. In addition, SPDEF-/- mice showed lower number of 

Muc2+ cells compared to SPDEF+/+ mice (Figure 12A, B). All these findings suggest that SPDEF 

modulates goblet cell response and secretion of mucin (Muc2) following T. muris infection.  

The BALB/c mice are the resistant strains which show TH2 immune response with a higher dose 

of T. muris infection (>150 eggs) by secreting TH2 cytokines (IL-4, IL-13) that helps in expulsion 

of worms. To see if the changes in SPDEF and Muc2 were associated with TH2-mediated immune 

response in SPDEF+/+ and SPDEF-/- mice, the levels of IL-4 and IL-13 were assessed via ELISA. 

The data showed increased levels of IL-4 and IL-13 in SPDEF+/+ mice at day 14 p.i. and significant 

depletion of both cytokines by day 21 (Figure 13A, B). On the other hand, the SPDEF-/- mice 

showed a gradual increase in IL-4 and IL-13 levels from day 14 to day 21, which was significant 

for IL-4 (Figure 13A, B). Compared to SPDEF-/- mice, the SPDEF+/+ mice showed higher levels 

of IL-4 and IL-13 at day 14, but a lower level of IL-4 at day 21 (Figure 13A, B).  

The worm burden data showed a significantly higher number of worms in the cecum at day 14 p.i. 

in SPDEF+/+ mice compared to SPDEF-/-, which declined significantly by day 21 (Figure 13C). 

The SPDEF-/- mice, however, started showing an elevation in their worm count from day 14 to 21. 

This result in combination with the TH2 cytokines data may suggest that SPDEF+/+ mice show an 

elevated TH2 response around day 14 p.i. which helps in worm expulsion and subsequently 

reduces the number of worms remarkably by day 21. The increased worm count observed in 
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SPDEF-/- mice at day 21 could suggest delayed or impaired hatching of T. muris eggs in these 

mice. The delayed expulsion of worms observed in SPDEF-/- mice at day 21 p.i.  may have also 

been associated with a delayed TH2 response, however, this needs to be determined further. 

ATOH-1 (or Math-1 in mice) acts as a downstream component of Wnt canonical ɓ-catenin 

signaling cascade and regulates the cell-fate differentiation of ISCs into the secretory cell-types. It 

activates several transcription factors and one of them is SPDEF, which differentiates the secretory 

progenitors into goblet cells. To observe whether these upstream regulators of SPDEF are 

differently expressed following T. muris infection, the mRNA expression of ɓ-catenin and Atoh-

1/Math-1 was determined via qPCR in SPDEF+/+  and SPDEF-/- mice during uninfected and 

infected (14 and 21 p.i.) periods (Figure 14A, B). No significant difference was observed in ɓ-

catenin expression in SPDEF+/+  and SPDEF-/- mice during T. muris infection (Figure 14A). 

However, Atoh-1 showed increased expression in SPDEF+/+  and SPDEF-/- mice following 

infection at day 21 p.i. (Figure 14B), indicating that the differentiation of ISCs was directed more 

towards the secretory cell-types during T. muris infection. 
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Representative images of (A) PAS-stained colonic goblet cells observed by microscope, and (B) 

Number of PAS+ goblet cells counted per 10 crypts in SPDEF+/+ and SPDEF -/- mice with (day 

14 & 21 p.i.) or without T. muris infection. Data are represented as mean+/- SEM, *p<0.05 is 

considered as statistically significant. 

 

 

Figure 9. Effect of T. muris on intestinal goblet cells in SPDEF+/+ and SPDEF -/- mice with (day 

14 & 21 p.i.) or without infection 
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Relative mRNA expression of (A) Spdef, (B) Muc2, and (C) Muc5ac assessed by qPCR in 

SPDEF+/+ and SPDEF -/- mice with (day 14 & 21 p.i.) or without T. muris infection, normalized to 

mouse 18s.  Data are represented as mean+/- SEM, *p<0.05 is considered as statistically 

significant. 

 

 

Figure 10. Effect of T. muris on relative mRNA expression of Spdef, Muc2 and Muc5ac in 

SPDEF+/+ and SPDEF -/- mice with (day 14 & 21 p.i.) or without infection 
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Representative images of (A) SPDEF-stained colonic cross sections observed by IFC, and (B) 

Number of SPDEF+ cells counted per 10 crypts in SPDEF+/+ mice with (day 14 & 21 p.i.) or 

without T. muris infection.  Data are represented as mean+/- SEM, *p<0.05 is considered as 

statistically significant. 

 

 

Figure 11. Effect of T. muris on SPDEF+ cells in SPDEF+/+ mice with (day 14 & 21 p.i.) or 

without infection 
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Representative images of (A) Muc2-stained colonic cross sections observed by IFC, and (B) 

Number of Muc2+ cells counted per 10 crypts in SPDEF+/+ and SPDEF -/- mice with (day 14 & 

21 p.i.) or without T. muris infection. Data are represented as mean+/- SEM, *p<0.05 is considered 

as statistically significant. 

 

 

Figure 12. Effect of T. muris on Muc2+ cells in SPDEF+/+ and SPDEF -/- mice with (day 14 

& 21 p.i.) or without infection 
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Levels of TH2 cytokines (A) IL-4, and (B) IL-13 assessed by ELISA in SPDEF+/+ and SPDEF -/- 

mice with (day 14 & 21 p.i.) or without T. muris infection, and (C) Worm burden in SPDEF+/+ 

and SPDEF -/- mice with T. muris infection (day 14 & 21 p.i.). Data are represented as mean+/- 

SEM, *p<0.05 is considered as statistically significant. 

 

 

Figure 13. Effect of T. muris on the levels of TH2 cytokines IL-4 and IL-13 in colonic tissues 

in SPDEF+/+ and SPDEF -/- mice with (day 14 & 21 p.i.) or without infection and worm burden 

in SPDEF+/+ and SPDEF -/- mice with T. muris infection (day 14 & 21 p.i.) 



MSc Thesis ï Z. T. Haider; McMaster University ï Medical Sciences    

 

 см 

 

 

 

 

 

 

 

 

 

 

 

 

 



MSc Thesis ï Z. T. Haider; McMaster University ï Medical Sciences    

 

 сн 

 

 

 

 

 

 

 

 

 

 

 

 

 

   

 

 

 

 

 

 

 

Relative mRNA expression of (A) ɓ-catenin, and (B) Atoh-1 assessed by qPCR in SPDEF+/+ and 

SPDEF -/- mice with (day 14 & 21 p.i.) or without T. muris infection, normalized to mouse 18s.  Data 

are represented as mean+/- SEM, *p<0.05 is considered as statistically significant. 

 

 

Figure 14. Effect on T. muris on relative mRNA expression of β-catenin and Atoh-1 in SPDEF+/+ 

and SPDEF -/- mice with (day 14 & 21 p.i.) or without infection 
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4.2      T. muris infection alters cecal microbial community in SPDEF+/+ and SPDEF-/- mice 

The interaction between T. muris and gut microbiota is well-documented in various studies, even 

more so in terms of chronic infection, where it was seen that chronic T. muris infection in C57BL/6 

mice was associated with changes in microbial diversity, a decline in the relative abundance of 

Bacteroidetes phylum and a rise in Lactobacillaceae family [109] [122]. A study from our lab 

conducted on C57BL/6 mice with acute T. muris infection demonstrated that microbial 

composition was altered in infected mice at day 36 p.i. compared to uninfected mice, which is yet 

to be published. To observe the differences in microbial community in SPDEF+/+ and SPDEF-/- 

mice on BALB/c background following T. muris infection, relative abundance of microbial 

composition at genus level, linear discriminant analysis effect size (LEFSe) of various bacterial 

genera and Ŭ, ɓ-diversities with post-hoc analysis were assessed in both groups at various 

timepoints (Figure 15-17, Table 3, 4). The timepoints were designated as D-0 (uninfected), D-14 

and D-21 (p.i). The relative abundance plots are shown in Figure 15A. To determine the 

significantly different (p-value <0.05) bacterial genera in both of these groups, linear discriminant 

analysis effect size was conducted (Figure 15B, C). SPDEF-/- mice showed increased abundance 

of Bacteroides and Streptococcus after T. muris infection at day 14 p.i. and higher abundance of 

Eubacterium, Anaerofustis, Incertae and members from Prevotellaceae family without T. muris 

infection compared to SPDEF+/+ mice (Figure 15B). On the other hand, SPDEF+/+ mice showed 

higher abundance of Rikenella, Musicpirillum, Bifidobacterium and members from 

Lachnospiraceae family without infection, while the infected SPDEF+/+ mice showed increased 

abundance of Oscillibacter, Faecalibaculum, Oscillospira at day 14 and Pseudomonas at day 21 

p.i. (Figure 15B). Figure 15C shows the graphical presentations of some of the most abundant 

bacterial genera present in the gut in SPDEF+/+ and SPDEF-/- mice at different timepoints. 
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To take a look into the changes in microbial diversity in SPDEF+/+ and SPDEF-/- mice, Ŭ-diversity 

was determined using Chao1 index to observe species richness in each group and ɓ-diversity was 

determined via Bray-Curtis distance using PCoA plot to observe the similarities in microbial 

distribution between different groups (Figure 16, 17). Post-hoc pairwise comparison was 

conducted to observe the differences in diversity between multiple groups (Table 3, 4). SPDEF-/- 

mice showed decreased Ŭ-diversity compared to SPDEF+/+ mice at day 14 p.i. (Figure 16, Table 

3). Although the SPDEF+/+ and SPDEF-/- mice did not show any significant difference in Ŭ-

diversity after infection compared to their uninfected timepoints, SPDEF+/+ mice showed 

decreased Ŭ-diversity at day 21 compared to day 14 p.i. (Figure 16, Table 3). The ɓ-diversity data 

showed different distribution of microbial communities between SPDEF+/+ and SPDEF-/- mice at 

day 14 p.i. (Figure 17, Table 4). Both groups also showed different distributions of microbiota at 

day 14 and 21 p.i. compared to their uninfected timepoints (Figure 17, Table 4). 
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(A) Relative abundance of microbial community on genus level, (B) Graphical summary of 

significantly different bacterial genera in SPDEF+/+ and SPDEF -/- mice with a p-value cutoff 

0.05, analyzed via LEFSe, (C) Graphical presentations of the most abundant bacterial genera in 

SPDEF+/+ and SPDEF -/- mice, analyzed via LEFSe 

 

 

Figure 15. Analysis of microbial composition in SPDEF+/+ and SPDEF -/- mice with (day 14 & 

21 p.i.) or without T. muris infection 
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Alpha-diversity assessed by Chao1 index in SPDEF+/+ and SPDEF -/- mice with (day 14 & 21 

p.i.) or without (day 0) T. muris infection. 

.  

 

 

Figure 16. Analysis of alpha-diversity in SPDEF+/+ and SPDEF -/- mice with (day 14 & 21 

p.i.) or without T. muris infection 
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Table 3: Post-hoc pairwise comparison of alpha-diversity between different groups of 

SPDEF+/+ and SPDEF-/- mice, *p<0.05 is considered as statistically significant. 

Pair P-value 

D_0(WT) vs D_0(KO) 0.107 

D_14(WT) vs D_14(KO) <0.001 * 

D_21(WT) vs D_21(KO) 0.088 

D_0(WT) vs D_14(WT) 0.531 

D_0(WT) vs D_21(WT) 0.187 

D_14(WT) vs D_21(WT) 0.01 * 

D_0(KO) vs D_14(KO) 0.094 

D_0(KO) vs D_21(KO) 0.236 

D_14(KO) vs D_21(KO) 0.77 

 

 

 

 

 

 

 

 

 

 

 

 



MSc Thesis ï Z. T. Haider; McMaster University ï Medical Sciences    

 

 тп 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 Beta-diversity assessed by PCoA plot using Bray-Curtis dissimilarity index in SPDEF+/+ and 

SPDEF -/- mice with (day 14 & 21 p.i.) or without (day 0) T. muris infection. 

 

 

Figure 17.  Analysis of beta-diversity in SPDEF+/+ and SPDEF -/- mice with (day 14 & 21 p.i.) 

or without T. muris infection 
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Table 4: Post-hoc pairwise comparison of beta-diversity between different groups of SPDEF+/+ 

and SPDEF-/- mice, *p<0.05 is considered as statistically significant. 

Pair P-value 

D_0_(WT) vs D_0_(KO) 0.309  

D_14(WT) vs D_14(KO) 0.026 * 

D_21(WT) vs D_21(KO) 0.858 

D_0_(WT) vs D_14(WT) 0.009 * 

D_0_(WT) vs D_21(WT) 0.01 * 

D_14(WT) vs D_21(WT) 0.756 

D_0_(KO) vs D_14(KO) 0.029 * 

D_0_(KO) vs D_21(KO) 0.008 * 

D_14(KO) vs D_21(KO) 0.401 
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4.3      T. muris-altered microbiota stimulates the expression of SPDEF and modulates goblet 

cell response (Muc2 secretion) 

T. muris and host microbiota interaction plays a critical role in immune response. The intestinal 

mucus plays a major role in providing first-line defense to the host and gut microbiota also helps 

in proper formation and maintenance of the membrane. To determine if T. muris-microbiota 

interaction has an influence on the expression of SPDEF and goblet cell response; the number of 

PAS+ goblet cells, mRNA expression of Spdef, Muc2 and Muc5ac, and the number of Muc2+ and 

SPDEF+ cells were assessed in the following groups of mice on BALB/c background: WT, 

antibiotic-treated WT (ABX-WT), ABX-WT transplanted with microbiota from naive (WT) mice, 

and ABX-WT transplanted with T. muris-altered microbiota from T. muris infected (WT) mice 

(Figure 18-21). The data showed a significant increase in PAS+ goblet cells in ABX-WT mice 

that received microbiota either from naive or T. muris infected mice compared to only antibiotic-

treated (ABX-WT) mice (Figure 18A, B). ABX-WT mice transplanted with T. muris-altered 

microbiota showed higher number of PAS+ goblet cells in contrast to ABX-WT mice transplanted 

with naive microbiota (Figure 18A, B). The mRNA expression of Spdef and Muc2 observed via 

qPCR showed that both Spdef and Muc2 increased in ABX-WT mice after they received 

microbiota from naïve or T. muris infected mice (Figure 19A, B). Also, the mice who received 

altered microbiota showed higher expression of Spdef and Muc2 compared to the mice who 

received naive microbiota (Figure 19A, B). Muc5ac expression, however, did not show any 

significant increase in the mice transplanted with normal or altered microbiota (Figure 19C).  

In relation to the changes observed in the genetic expression of Spdef and Muc2, the number of 

SPDEF+ and Muc2+ cells was observed via immunofluorescence (Figure 20,21). The number of 

SPDEF+ and Muc2+ cells showed a significant rise in ABX-WT mice after receiving microbiota 
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from naive or T. muris infected mice (Figure 20,21). Figure 20-21 also showed that after receiving 

T. muris-altered microbiota, ABX-WT mice showed greater number of SPDEF+ and Muc2+ cells 

compared to the group receiving naive microbiota. All these findings suggest that T. muris-

microbiota interaction stimulates the expression of SPDEF and Muc2 with no significant alteration 

in Muc5ac expression. 
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Representative images of (A) PAS-stained colonic goblet cells observed by microscope, and (B) 

Number of PAS+ goblet cells counted per 10 crypts in WT mice, antibiotic-treated WT (ABX-

WT) mice, ABX-WT mice transplanted with naµve microbiota, and ABX-WT mice transplanted 

with T. muris-altered microbiota. Data are represented as mean+/- SEM, *p<0.05 is considered as 

statistically significant. 

 

 

Figure 18. Effect of T. muris-microbiota interplay on intestinal goblet cells in WT mice, 

antibiotic-treated WT (ABX-WT) mice, antibiotic-treated WT mice transplanted with naïve 

microbiota, and antibiotic-treated WT mice transplanted with T. muris-altered microbiota 
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Relative mRNA expression of (A) Spdef, (B) Muc2, and (C) Muc5ac assessed by qPCR in WT 

mice, antibiotic-treated WT (ABX-WT) mice, ABX-WT mice transplanted with naµve microbiota, 

and ABX-WT mice transplanted with T. muris-altered microbiota, normalized to mouse 18s. Data 

are represented as mean+/- SEM, *p<0.05 is considered as statistically significant. 

 

 

Figure 19. Effect of T. muris-microbiota interplay on relative mRNA expression of Spdef, Muc2 

and Muc5ac in WT mice, antibiotic-treated WT (ABX-WT) mice, antibiotic-treated WT mice 

transplanted with naïve microbiota, and antibiotic-treated WT mice transplanted with T. muris-

altered microbiota 
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Representative images of (A) SPDEF-stained colonic cross sections observed by IFC, and (B) 

Number of SPDEF+ cells counted per 10 crypts in WT mice, antibiotic-treated WT (ABX-WT) 

mice, ABX-WT mice transplanted with naµve microbiota, and ABX-WT mice transplanted with 

T. muris-altered microbiota. Data are represented as mean+/- SEM, *p<0.05 is considered as 

statistically significant. 

 

 

Figure 20. Effect of T. muris-microbiota interplay on SPDEF+ cells in WT mice, antibiotic-

treated WT (ABX-WT) mice, antibiotic-treated WT mice transplanted with naïve microbiota, 

and antibiotic-treated WT mice transplanted with T. muris-altered microbiota 
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Representative images of (A) Muc2-stained colonic cross sections observed by IFC, and (B) 

Number of Muc2+ cells counted per 10 crypts in WT mice, antibiotic-treated WT (ABX-WT) 

mice, ABX-WT mice transplanted with naµve microbiota, and ABX-WT mice transplanted with 

T. muris-altered microbiota. Data are represented as mean+/- SEM, *p<0.05 is considered as 

statistically significant. 

 

 

Figure 21. Effect of T. muris-microbiota interplay on Muc2+ cells in WT mice, antibiotic-treated 

WT (ABX-WT) mice, antibiotic-treated WT mice transplanted with naïve microbiota, and 

antibiotic-treated WT mice transplanted with T. muris-altered microbiota 
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4.4      T. muris-altered cecal microbiota shows difference in composition compared to naïve 

microbiota following microbial transplantation in antibiotic-treated mice 

The antibiotic-treated WT (ABX-WT) mice showed increased number of PAS+ goblet cells and 

higher expression of SPDEF and Muc2 after they received T. muris-altered microbiota, compared 

to the mice that received naïve microbiota (Result 4.3). To observe the differences in microbial 

community, bacterial profiling of the cecal contents was performed in the following groups: WT, 

ABX-WT, ABX-WT with naïve microbiota transplant, and ABX-WT with T. muris-altered 

microbiota transplant. Relative abundance of microbial composition on genus level, Ŭ-diversity 

using Chao1 index, ɓ-diversity using Bray-Curtis dissimilarity index and post-hoc pairwise 

comparison of microbial diversity were assessed in those groups of mice (Figure 22-24, Table 

5,6). The relative abundance data on genus level showed that there was relatively higher abundance 

of Gram-positive bacteria Enterococcus in ABX-WT group compared to WT or naïve/T. muris-

altered microbiota transplant groups (Figure 22). The ABX-WT group did not show any relative 

presence of certain Gram-negative bacteria such as Alistipes, Helicobacter, Odoribacter, 

Bacteroides, Akkermansia, Anaeroplasma, Parabacteroides and members from Lachnospiraceae 

family, which were seen to be present in other groups (Figure 22). ABX-WT mice transplanted 

with T. muris-altered microbiota showed relatively higher abundance of Alistipes, Odoribacter and 

members from Lachnospiracea family; whereas the mice transplanted with naïve microbiota 

showed higher abundance of Helicobacter, Intestinimonas and members from Rikenellaceae and 

Prevotellaceae families (Figure 22). 

In regard to microbial diversity, ABX-WT group showed diminished Ŭ-diversity compared to WT 

and naïve/T. muris-altered microbiota transplant groups (Figure 23, Table 5). No significant 

difference in Ŭ-diversity was observed between naïve and T. muris-altered microbiota transplant 
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groups. On the contrary, the ɓ-diversity data has shown that ABX-WT group that received T. 

muris-altered microbiota are separately distributed from the naïve microbiota transplant group 

(Figure 24, Table 6). All these data suggest that T. muris-altered microbiota shows different 

microbial composition and diversity compared to naïve microbiota following microbial 

transplantation in antibiotic-treated mice. 
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Relative abundance of microbial community on genus level observed in WT mice, antibiotic-

treated WT (ABX-WT) mice, ABX-WT mice transplanted with naµve microbiota, and ABX-WT 

mice transplanted with T. muris-altered microbiota.  

 

 

Figure 22. Analysis of microbial composition in WT mice, antibiotic-treated WT (ABX-WT) mice, 

antibiotic-treated WT mice transplanted with naïve microbiota, and antibiotic-treated WT mice 

transplanted with T. muris-altered microbiota 
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Figure 23. Analysis of alpha-diversity in WT mice, antibiotic-treated WT (ABX-WT) mice, 

antibiotic-treated WT mice transplanted with naïve microbiota, and antibiotic-treated WT mice 

transplanted with T. muris-altered microbiota 

Alpha-diversity assessed by Chao1 index in WT mice, antibiotic-treated WT (ABX-WT) mice, 

ABX-WT mice transplanted with naµve microbiota, and ABX-WT mice transplanted with T. muris-

altered microbiota.  
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Table 5: Post-hoc pairwise comparison of alpha-diversity in WT mice, antibiotic-treated WT 

(ABX-WT) mice, antibiotic-treated WT mice transplanted with naïve microbiota, and 

antibiotic-treated WT mice transplanted with T. muris-altered microbiota, *p<0.05 is 

considered as statistically significant. 

Pair P-value 

D_0(WT) vs ABX 0.003 * 

ABX vs ABX-naïve_microbiota 0.04 * 

ABX vs ABX-altered_microbiota <0.001 * 

ABX-naµve_microbiota vs ABX-

altered_microbiota 

0.18 
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Figure 24. Analysis of beta-diversity in WT mice, antibiotic-treated WT (ABX-WT) mice, 

antibiotic-treated WT mice transplanted with naïve microbiota, and antibiotic-treated WT mice 

transplanted with T. muris-altered microbiota 

Beta-diversity assessed by PCoA plot using Bray-Curtis dissimilarity index in WT mice, 

antibiotic-treated WT (ABX-WT) mice, ABX-WT mice transplanted with naµve microbiota, and 

ABX-WT mice transplanted with T. muris-altered microbiota.  
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Table 6: Post-hoc pairwise comparison of beta-diversity in WT mice, antibiotic-treated WT 

(ABX-WT) mice, antibiotic-treated WT mice transplanted with naïve microbiota, and 

antibiotic-treated WT mice transplanted with T. muris-altered microbiota, *p<0.05 is 

considered as statistically significant. 

Pair P-value 

D_0(WT) vs ABX 0.026 * 

ABX vs ABX-naïve_microbiota 0.031 * 

ABX vs ABX-altered_microbiota 0.024 * 

ABX-naïve_microbiota vs ABX-

altered_microbiota 

0.03 * 
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4.5      T. muris ESPs directly stimulate the mRNA expression of SPDEF and MUC2 through 

NOD/TLR signaling pathways in human colonic mucin secreting cell line LS174T 

As discussed in the rationale for aim 3 in chapter 2, previous research from our lab has shown how 

T. muris ESPs exert a direct effect on TLR2 expression in human EC cell line BON-1 cells and 

stimulate the secretion of 5-HT [103]. Our lab has also shown that treatment with NOD1 and 

NOD2 agonists in mice with acute T. muris infection resulted in increased number of goblet cells 

and Muc2 secretion [107]. The expression of MUC2 in human colonic LS174T cells also increased 

following NOD1 and NOD2 treatment [107]. The colonic goblet cells have been seen to express 

higher levels of TLR2, TLR4 on their surface and NOD1, NOD2 in their cytoplasm. To investigate 

whether T. muris ESPs influence the expression of SPDEF and MUC2 through NOD/TLR 

signaling pathways in LS174T cells, we cultured the cells and treated them in 2 different sets, each 

set containing cells from 3 different passages. The first set was treated with a control reagent (PBS) 

and agonists for NOD1, NOD2, TLR2 and TLR4 receptors; while the second set was treated with 

the same control, T. muris ESPs and the antagonists against the NOD1, NOD2, TLR2 and TLR4 

receptors with T. muris ESPs simultaneously. (Figure 25A). We assessed the mRNA expression 

of SPDEF and MUC2 via qPCR (Figure 25B-E) and their protein expression via Western blot 

(Figure 25A-D) in each set. 

SPDEF and MUC2 showed higher expression in LS174T cells after treatment with TLR2 and 

TLR4 agonists (Figure 25B, C). Figure 25C also showed higher MUC2 expression in the cells 

after treatment with NOD2 agonist. These receptors can modulate intracellular downstream 

signaling cascades, such as NF-əɓ or mitogen-activated protein kinase (MAPK) pathways and 

regulate the expression of certain genes by activating several transcription factors [123]. The cells 

also showed higher SPDEF and MUC2 mRNA levels after being treated with T. muris ESPs 
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(Figure 25D, E). However, treatment with TLR2 antagonist and T. muris ESPs simultaneously 

showed a significantly lower expression of SPDEF (Figure 25D, E). Expression of MUC2 was 

also seen to be depleted in the cells after treatment with NOD2 and TLR2 antagonists along with 

T. muris ESPs compared to only T. muris ESPs treatment group (Figure 25D, E). These data may 

suggest that T. muris ESPs can directly stimulate the genetic expression of SPDEF and MUC2 

through NOD/TLR receptor-mediated pathways in human colonic cell line LS174T. On the 

contrary, the protein expression of SPDEF and MUC2 observed via Western blot in Figure 26A-

D did not show any significant changes post-treatment with NOD/TLR agonists, T. muris ESPs or 

antagonists, which was one of the limitations of this study that has been discussed in the next 

chapter. 
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 (A) Graphical image of LS174T cells cultured and treated in a 12-well plate with a control 

reagent, agonists for NOD1, NOD2, TLR2 and TLR4 receptors, T. muris ESPs and antagonists 

against NOD1, NOD2, TLR2 and TLR4 receptors with T. muris ESPs simultaneously; relative 

mRNA expression of (B) SPDEF, and (C) MUC2 assessed by qPCR in the first set of cells treated 

with a control reagent and agonists for NOD1, NOD2, TLR2 and TLR4 receptors; relative mRNA 

expression of (D) SPDEF, and (E) MUC2 assessed by qPCR in the second set of cells treated 

with a control reagent, T. muris ESPs and antagonists against NOD1, NOD2, TLR2 and TLR4 

receptors with T. muris ESPs; normalized to human 18s.  Data are represented as mean+/- SEM, 

*p<0.05 is considered as statistically significant. 

 

 

Figure 25.  Effect of NOD/TLR signaling on relative mRNA expression of SPDEF and MUC2 

in LS174T cells treated with a control reagent, agonists for NOD1, NOD2, TLR2 and TLR4 

receptors, T. muris ESPs and antagonists against NOD1, NOD2, TLR2 and TLR4 receptors 

with T. muris ESPs 
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Western blot images and quantification of SPDEF protein in LS174T cells treated in 2 different 

sets: (A) first set with a control reagent and agonists for NOD1, NOD2, TLR2 and TLR4 receptors; 

(B) second set with a control reagent, T. muris ESPs and antagonists against NOD1, NOD2, TLR2 

and TLR4 receptors with T. muris ESPs; Western blot images and quantification of MUC2 protein 

in LS174T cells treated in 2 different sets: (C) first set with a control reagent and agonists for 

NOD1, NOD2, TLR2 and TLR4 receptors; (D) second set with a control reagent, T. muris ESPs 

and antagonists against NOD1, NOD2, TLR2 and TLR4 receptors with T. muris ESPs. Data are 

represented as mean+/- SEM, *p<0.05 is considered as statistically significant. 

 

 

Figure 26. Effect of NOD/TLR signaling on SPDEF and MUC2 protein levels in LS174T cells 

treated with a control reagent, agonists for NOD1, NOD2, TLR2 and TLR4 receptors, T. muris 

ESPs and antagonists against NOD1, NOD2, TLR2 and TLR4 receptors with T. muris ESPs 
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Chapter 5: Discussion 

Goblet cells and the secreted mucins play important roles in providing innate defense to the host 

in several enteric parasitic infections, the most common of them being the soil-transmitted 

helminths/STH in mammals. The stimulated mucin secretion from these cells ensures a robust 

mucosal barrier that helps in parasite expulsion from the gut. T. muris in mice has been well-

studied for many years as a common laboratory model for T. trichiura in humans, which affects 

more than a billion people worldwide [51]. Changes in goblet cell response and other 

immunological and pathophysiological changes with reference to acute and chronic T. muris 

infections have been well-documented across several studies. Goblet cell hyperplasia during acute 

T. muris infection is observed in resistant mice who are capable of worm expulsion, whereas 

hyperplasia of absorptive enterocytes is observed during chronic infection and in susceptible mice 

which results in failure in worm expulsion [27] [74] [75]. The BALB/c mice are resistant to T. 

muris infection, which otherwise showed increased expression of Hes-1 and enterocyte 

differentiation during chronic infection [26]. The same resistant strain has shown upregulation of 

Math-1 and SPDEF during acute infection, resulting in increased goblet cell differentiation [26]. 

Hyperplasia of goblet cells is an immune-protective mechanism against parasites which helps in 

trapping the worms and their expulsion through increased mucin secretion. 

Consistent with these studies, we have witnessed increased PAS+ goblet, SPDEF+ and Muc2+ 

cells and higher expression of Spdef and Muc2 in resistant (BALB/c) SPDEF+/+ mice following 

acute infection with T. muris at day 14 and 21 p.i., compared to SPDEF-/- mice. The resistant mice 

start expelling the worms from day 14 and by day 21, majority of the worms are expelled, which 

was one of the reasons for selecting two different timepoints of infection for the experiments. 

SPDEF is known to be one of the major transcription factors regulating the terminal differentiation, 
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proliferation and maturation of intestinal goblet cells, the lack of which causes significant 

depletion of goblet cells and secreted mucins. In relation to this fact, we have observed significant 

difference between SPDEF+/+ and SPDEF-/- mice in terms of number of goblet, SPDEF+ and 

Muc2+ cells, along with the genetic expression of their markers. In SPDEF+/+ mice, however, we 

have witnessed lower mRNA and protein expression of SPDEF at day 21 p.i., while the expression 

of Muc2 remained high. This could suggest that there are other transcription factors that induced 

Muc2 expression in goblet cells, which could be studied for future research.  

In a previous study, Muc5ac-/- mice showed delayed worm expulsion despite generating a robust 

TH2 response during acute T. muris infection. The absence of Muc5ac gene in mice also has a 

delayed effect on worm expulsion in other parasitic infections, such as T. spiralis and N. 

brasiliensis [28].  Also, higher expression of Muc5ac was observed in C57BL/6 mice around the 

time or worm expulsion [27]. However, our data did not show any significant changes in Muc5ac 

after infection and between SPDEF+/+ and SPDEF-/- mice. Muc5ac is not typically expressed in 

the colon and it has a negative effect on worm viability observed in human colon cell lines, the 

mechanism which is yet to be explored [28]. The genetic background of mice used in our 

experiments was BALB/c and the expression of Muc5ac was not previously assessed in this 

particular genotype, which might be associated with such changes in this mucin. This might be a 

topic for future studies to elucidate the variability of its changes in our experiments.  

The resistance and susceptibility of mice to T. muris are influenced by a variety of factors, which 

include the genetic background and gender of the mice, the infective dose of the antigen and 

various isolates of the parasite itself that can modulate different immune responses [51]. Worm 

expulsion is primarily associated with TH1 and TH2 immune responses, where TH2 response has 

been seen to modulate complete worm expulsion from the gut in resistant mice and TH1 response 
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helps in development of chronic infection by harboring the worms in the susceptible strains or by 

delaying their expulsion [51] [124]. The susceptible strains of mice produce a high amount of TH1 

cytokines such as IFN-ɔ, IL-12, IL-18 and IgG2a antibody that help in prolonging inflammatory 

responses in mice resulting in organ damage from chronicity of infection. Neutralization of IFN-ɔ 

by administration of anti- IFN-ɔ-Ab was seen to promote resistant phenotype even in susceptible 

mice [93] [94] [95] [99]. Resistance to T. muris is seen to be strongly associated with TH2 

cytokines such as IL-4, IL-5, IL-9, IL-13, and production of IgG1 and IgE antibodies under the 

control of IL-4 and IL-13. IL-4 and IL-13 are considered as major cytokines involved in the process 

of worm expulsion and both IL-4 and IL-13 KO mice have shown susceptibility to T. muris, where 

administration of any of these cytokines has restored their resistance [76] [99] [125].  

The mechanisms by which IL-4 and IL-13 regulate increased expression of SPDEF, goblet cell 

hyperplasia and mucin secretion include STAT-6 pathways. However, there are other pathways 

independent of STAT-6 that might also be responsible in the process, which include MAPK or 

PI3K pathways [77] [78] [126]. With regard to these facts, our results have shown increased 

production of IL-4 and IL-13 in SPDEF+/+  mice at day 14 p.i. compared to SPDEF-/- mice, which 

were significantly reduced at day 21. The SPDEF-/- mice, on the other hand, showed a significant 

increase in IL-4 and IL-13 levels from day 14 to day 21 p.i., compared to SPDEF+/+ mice. The 

absence of SPDEF and decreased mucin secretion from goblet cells might suggest delayed 

expulsion of worms in SPDEF-/- mice with increased TH2 cytokine levels at day 21 p.i.. 

Interestingly, in SPDEF-/- mice, we observed higher presence of worms at day 21 p.i. compared to 

that on day 14 p.i.. This may be due to delayed or impaired worm hatching and poor larval 

development in the SPDEF-/- mice due to downregulated mucin secretion.  Further assessments on 
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the worm hatching at earlier timepoints of infection are warranted to understand the underlying 

mechanisms.     

Acute T. muris infection in BALB/c mice is associated with upregulation of Atoh-1, leading to 

hyperproliferation of goblet cells [26]. Consistent with this study, we also observed increased 

mRNA expression of Atoh-1 in SPDEF+/+ and SPDEF-/- mice after infection. Our experiments did 

not show any significant difference of ɓ-catenin expression after infection in both groups. As the 

major intracellular signal transducer and effector protein of Wnt canonical cascade, ɓ-catenin has 

many different functions, which include maintaining cellular integrity at the adherens junction 

linked with E-cadherins and other catenin proteins, and regulating the transcription of a variety of 

genes [127]. This data may suggest that T. muris shows effects on the signaling cascade involved 

in differentiation of ISCs, downstream of ɓ-catenin. 

There are more than 1000 different species of bacteria in the gut along with viruses and protozoa, 

which form a complex environment inside our body. Numerically, the bacteria are the most 

abundant in the GI tract, most of which are anaerobes that perform a variety of functions associated 

with host metabolism, immune system development, host behavior, limiting pathogen invasion 

and so on [128]. The symbiotic relationship between host and gut microbiome is subject to 

alteration by various factors such as hostôs age, gender and diet, physiology and immune system 

of the host, antibiotic usage, infective and inflammatory conditions, presence of autoimmune 

diseases, etc.; which can lead to development of chronic inflammatory diseases such as IBD, 

diabetes, and allergy [33]. As discussed in chapter 1, the changes in gut microbiota and the 

interaction between parasites and host microbial environment have been widely studied in relation 

to many enteric parasitic infections both in humans and mice, Moreover, changes in the mucus 

following parasitic infection can lead to microbial change, which has also been discussed. In 
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previous studies, chronic T. muris infection in resistant mice was seen to alter the gut microbial 

composition by reducing the phylum Bacteroidetes and increasing the Lactobacillaceae family 

[109]. Decreased Ŭ-diversity and changes in ɓ-diversity were observed in relation to chronic 

infection which were apparent between 14 and 28 days. Although acute infection did not show any 

significant changes in diversity, it has shown increased abundance of Clostridia strains that 

inhibited Bacteroides vulgatus colonization in mice [63] [109] [110] [129]. 

The changes in microbiota have been more broadly studied in regard to chronic T. muris infection 

possibly for the reason that humans usually suffer from chronic infection with T. trichiura and the 

prolonged infective timeline in mice during chronic infection is more representative of microbial 

changes that happen in humans with T. trichiura infection. The duration of infection also plays an 

important role in changing the microbial community to a greater extent than it does in acute 

infection. Furthermore, during chronic infection, the pathological changes in the intestinal 

epithelium are more pronounced, that may lead to changes in the microbial community. 

Considering all these facts and speculations, we investigated the changes in microbial community 

in SPDEF+/+  and SPDEF-/- mice at different timepoints. There were no observable significant 

changes in relative abundance on genus level between the 2 groups of mice, except for Bacteroides 

and Alistipes. Both of them belong to Bacteroidetes phylum, which is one of the most abundant 

phyla present in the mammalian gut. SPDEF+/+  mice showed higher abundance of Alistipes 

species, whereas SPDEF-/- mice showed higher abundance of Bacteroides. Abundance data on 

phylum level showed a relatively higher abundance of Campylobacterota and decreased abundance 

of Bacteroidetes in SPDEF+/+  mice compared to other timepoints in the same group and to SPDEF-

/- group. Variations in Ŭ and ɓ-diversity were also significant at day 14 p.i. between SPDEF+/+  and 

SPDEF-/- mice. We further analyzed the microbiota separately in both groups, which has shown 
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that Ŭ-diversity has decreased significantly in SPDEF+/+  mice at day 21 after infection, while it 

happened at day 14 in SPDEF-/- mice with higher abundance of Bacteroidetes. A possible reason 

for showing changes in microbial community at day 14 could be that in resistant mice, day 14 p.i. 

is considered as the peak timepoint of infection when changes in goblet cell markers and TH2 

cytokine levels become notable compared to uninfected stage. The mice also start expelling worms 

from their gut from this period of time, which might suggest that day 14 p.i. is a critical period for 

SPDEF+/+  mice to show more variations in diversity in contrast to SPDEF-/- mice. The absence of 

SPDEF has effects on the mucus with lower goblet cell differentiation and less mucin secretion. 

The mucin property bears effect on bacterial adhesion to the mucus, which could also explain the 

microbial differences between these 2 groups.  However, since the timeline of acute infection is 

significantly shorter than chronic, it might be a reason why no significant visible changes were 

observed in several bacterial genera between these groups. It is important to note here that a 

number of variables can also contribute to contrasting results obtained from targeted 16s 

sequencing which include housing condition of the mice, diet, age, gender, body weight and so on. 

GF mice models are considered as the gold standard in gaining insight into the parasite-microbiota 

interaction and are being used in many studies. However, since microbial exposure is fully blocked 

in GF mice since birth which grossly impairs their immune system development, studying the role 

of microbiota in regulating cellular functions and signaling pathways becomes difficult in the 

context of parasitic infection. Therefore, antibiotic-treated or ABX mice come into play. Broad-

spectrum antibiotics can be applied to mice regardless of any genotype and physiological 

condition, which can block some specific microbes in a specific organ without impairing gross 

microbial environment in the body. We have assessed the changes in SPDEF and mucin in 

antibiotic-treated mice after naïve and T. muris-altered cecal microbiota transplant where we 
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observed higher number of goblet cells and increased expression of SPDEF and Muc2 in ABX 

mice after T. muris-altered microbiota transplant compared to naïve microbiota transplant. T. 

muris-microbiota interaction generates downstream signaling cascades, causing changes in 

expression of goblet cell markers in contrast to naïve microbiota. The microbial composition and 

diversity analysis showed changes in ɓ-diversity between naïve and T. muris-altered microbiota, 

although no significant difference was observed in Ŭ-diversity between the 2 groups. Our lab has 

shown that antibiotic treatment in C57BL/6 mice resulted in diminished abundance of Gram-

negative bacteria and increased relative abundance of Gram-positive bacteria [103], which was 

contradictory to the changes we observed in ABX mice on BALB/c background. We have 

observed a higher abundance of Gram-positive Enterococcus and decreased abundance of a couple 

of Gram-negative bacteria such as Alistipes, Bacteroides, Helicobacter, which showed their 

presence following naïve and T. muris-altered microbiota transplant. Between the transplant 

groups, higher abundance of Campylobacterota was observed after naïve microbiota transplant, 

which showed no visible abundance in mice after T. muris-altered microbiota transplant. The 

microbial community is unique to individuals and variation in microbiota is subject to many 

different factors, which include the genetic background and associated phenotypic changes in 

mice, colonization period of microbiota and other environmental conditions, so it is important to 

keep the variability in check as much as possible. 

Both naïve and T. muris-altered microbiota were collected from the cecal samples of SPDEF+/+ or 

WT mice, as discussed in chapter 3. Our lab has shown the absence of worms in T. muris infected 

C57BL/6 mice after day 35 (unpublished data) and hence, the cecal content for the altered 

microbiota by T. muris was collected after day 35 p.i. to exclude the possibility of transferring 

worms from the cecum to the antibiotic-treated mice. However, the microbial community after 
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complete worm expulsion might show differences with the community that is being altered when 

the worms are still persisting in the gut. This could lead us to do future experiments with T. muris-

altered microbiota while the worms are still present. Moreover, microbiota transplant from 

SPDEF-/-mice into antibiotic-treated mice can also be conducted in the future to see if the 

expression of SPDEF in ABX mice after microbiota transplant from SPDEF-/-mice has any notable 

difference from SPDEF+/+ mice.  

Goblet cells in the intestine express several pattern recognition receptors which help in microbial 

recognition, binding and generation of subsequent downstream intracellular cascade that provide 

immunity to the host. As discussed in chapter 1 and chapter 4: section 4.5, our lab study has shown 

that treatment with NOD1 and NOD2 agonists produced more Muc2 mucin from goblet cells in 

mice with acute T. muris infection, which was also consistent with previous studies done in this 

context where NOD2 was seen to play an important role in epithelial cell response to T. muris 

[106]. In human colon cell line, NOD1 and NOD2 agonists increased the expression of MUC2 

mucin [107]. The sentinel goblet cells of colonic tissue in multiple mouse strains showed that TLRs 

in goblet cells activate NLRP-6 inflammasome-mediated signaling cascade and MyD88-

dependent ROS synthesis, which can induce transcription of several genes including Muc2 [130]. 

TLR4 was also seen to inhibit Notch-mediated signaling which resulted in increased goblet cell 

differentiation in mice [131]. In relation to the effect of T. muris ESPs on TLRs, a study from our 

lab showed that treatment with ESPs in BON-1 cells had direct effect on increased TLR2 

expression [103]. T. muris ESPs have several immunomodulatory functions and they are 

considered as therapeutic candidates for inflammatory diseases like IBD and multiple sclerosis 

[69] [136] [133]. Considering the evidence from previous studies, we investigated whether T. 

muris can modulate changes in SPDEF and MUC2 through NOD/TLR signaling in LS174T cells. 
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We observed that although there was no difference in protein expression of those markers, their 

mRNA expression was upregulated with NOD2, TLR2 and TLR4 agonists, which was inhibited 

after treatment with NOD2 and TLR2 antagonists along with T. muris ESPs, suggesting the effect 

of T. muris on the genetic expression of goblet cell markers through NOD/TLR receptors. The 

variable result in their protein expression can happen due to several reasons, which include 

pathways involving post-translational modification or anything related to the experiment itself or 

antibody sensitivity that may have affected the quantification of protein levels, which can be 

investigated in future. 

In conclusion, the study of SPDEF-mediated transcription program in T. muris infection will reveal 

important interactions among parasites, microbiota and goblet cells in the gut and enhance our 

understanding of the crosstalk between resident microbiota and invading intestinal parasite in the 

context of innate defense. Besides, there are other transcription factors that regulate cell-fate 

differentiation of secretory progenitors into intestinal goblet cells, such as growth factor 

independent-1 (Gfi1) and Kruppel-like factor-4 (KLF4), which could be studied in future in this 

regard [134] [135]. In turn, this data from our research may be extrapolated to the study of T. 

trichiura infection in humans, both in basic and clinical research settings. These findings may also 

facilitate the development of novel strategies in modulating SPDEF expression in relation to GI 

disorders such as colorectal cancer, inflammatory bowel disease or cystic fibrosis, that are 

associated with goblet cell pathology and dysregulated mucin secretion.  
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5ƛũŜǊŜƴǝŀǝƻƴ ƻŦ DƻōƭŜǘ /Ŝƭƭǎ ƛƴ ǘƘŜ [ŀǊƎŜ LƴǘŜǎǝƴŜ ϝΣέ WΦ .ƛƻƭΦ /ƘŜƳΦΣ ǾƻƭΦ нутΣ ƴƻΦ ммΣ ǇǇΦ умппςумроΣ 

aŀǊΦ нлмнΣ ŘƻƛΥ млΦмлтпκƧōŎΦaмммΦоонрфоΦ 

ώнлϐ LΦ ¸Φ [ǳƪΣ /Φ aΦ wŜŜƘƻǊǎǘΣ ŀƴŘ WΦ aΦ aŀǊƛŀŘŀǎƻƴΣ ά9[CоΣ 9[CрΣ 9IC ŀƴŘ {t59C ¢ǊŀƴǎŎǊƛǇǝƻƴ CŀŎǘƻǊǎ 

ƛƴ ¢ƛǎǎǳŜ IƻƳŜƻǎǘŀǎƛǎ ŀƴŘ /ŀƴŎŜǊΣέ aƻƭŜŎǳƭŜǎΣ ǾƻƭΦ ноΣ ƴƻΦ фΣ !ǊǘΦ ƴƻΦ фΣ {ŜǇΦ нлмуΣ ŘƻƛΥ 

млΦоофлκƳƻƭŜŎǳƭŜǎнолфнмфмΦ 

ώнмϐ tΦ hŜǧƎŜƴ Ŝǘ ŀƭΦΣ άt59CΣ ŀ bƻǾŜƭ tǊƻǎǘŀǘŜ 9ǇƛǘƘŜƭƛǳƳπǎǇŜŎƛŬŎ 9ǘǎ ¢ǊŀƴǎŎǊƛǇǝƻƴ CŀŎǘƻǊΣ LƴǘŜǊŀŎǘǎ 

ǿƛǘƘ ǘƘŜ !ƴŘǊƻƎŜƴ wŜŎŜǇǘƻǊ ŀƴŘ !ŎǝǾŀǘŜǎ tǊƻǎǘŀǘŜπǎǇŜŎƛŬŎ !ƴǝƎŜƴ DŜƴŜ 9ȄǇǊŜǎǎƛƻƴϝΣέ WΦ .ƛƻƭΦ /ƘŜƳΦΣ 

ǾƻƭΦ нтрΣ ƴƻΦ нΣ ǇǇΦ мнмсςмннрΣ WŀƴΦ нлллΣ ŘƻƛΥ млΦмлтпκƧōŎΦнтрΦнΦмнмсΦ 

ώннϐ ¢Φ YΦ bƻŀƘΣ !Φ YŀȊŀƴƧƛŀƴΣ WΦ ²ƘƛǘǎŜǧΣ ŀƴŘ bΦ CΦ {ƘǊƻȅŜǊΣ ά{!a ǇƻƛƴǘŜŘ ŘƻƳŀƛƴ 9¢{ ŦŀŎǘƻǊ ό{t59Cύ 

ǊŜƎǳƭŀǘŜǎ ǘŜǊƳƛƴŀƭ ŘƛũŜǊŜƴǝŀǝƻƴ ŀƴŘ ƳŀǘǳǊŀǝƻƴ ƻŦ ƛƴǘŜǎǝƴŀƭ ƎƻōƭŜǘ ŎŜƭƭǎΣέ 9ȄǇΦ /Ŝƭƭ wŜǎΦΣ ǾƻƭΦ омсΣ ƴƻΦ оΣ 

ǇǇΦ прнςпсрΣ CŜōΦ нлмлΣ ŘƻƛΥ млΦмлмсκƧΦȅŜȄŎǊΦнллфΦлфΦлнлΦ 

ώноϐ !Φ DǊŜƎƻǊƛŜũ Ŝǘ ŀƭΦΣ ά¢ƘŜ ŜǘǎπŘƻƳŀƛƴ ǘǊŀƴǎŎǊƛǇǝƻƴ ŦŀŎǘƻǊ {ǇŘŜŦ ǇǊƻƳƻǘŜǎ ƳŀǘǳǊŀǝƻƴ ƻŦ ƎƻōƭŜǘ 

ŀƴŘ ǇŀƴŜǘƘ ŎŜƭƭǎ ƛƴ ǘƘŜ ƛƴǘŜǎǝƴŀƭ ŜǇƛǘƘŜƭƛǳƳΣέ DŀǎǘǊƻŜƴǘŜǊƻƭƻƎȅΣ ǾƻƭΦ мотΣ ƴƻΦ пΣ ǇǇΦ моооπмопрΦŜмςоΣ 

hŎǘΦ нллфΣ ŘƻƛΥ млΦмлроκƧΦƎŀǎǘǊƻΦнллфΦлсΦлппΦ 

ώнпϐ aΦ ½ƘŀƴƎ ŀƴŘ /Φ ²ǳΣ ά¢ƘŜ ǊŜƭŀǝƻƴǎƘƛǇ ōŜǘǿŜŜƴ ƛƴǘŜǎǝƴŀƭ ƎƻōƭŜǘ ŎŜƭƭǎ ŀƴŘ ǘƘŜ ƛƳƳǳƴŜ 

ǊŜǎǇƻƴǎŜΣέ .ƛƻǎŎƛΦ wŜǇΦΣ ǾƻƭΦ плΣ ƴƻΦ млΣ ǇΦ .{wнлнлмптмΣ hŎǘΦ нлнлΣ ŘƻƛΥ млΦмлпнκ.{wнлнлмптмΦ 

ώнрϐ WΦ wΦ aŎ5ƻƭŜ Ŝǘ ŀƭΦΣ άDƻōƭŜǘ ŎŜƭƭǎ ŘŜƭƛǾŜǊ ƭǳƳƛƴŀƭ ŀƴǝƎŜƴ ǘƻ /5млоҌ ŘŜƴŘǊƛǝŎ ŎŜƭƭǎ ƛƴ ǘƘŜ ǎƳŀƭƭ 

ƛƴǘŜǎǝƴŜΣέ bŀǘǳǊŜΣ ǾƻƭΦ пуоΣ ƴƻΦ тоуфΣ ǇǇΦ опрςопфΣ aŀǊΦ нлмнΣ ŘƻƛΥ млΦмлоуκƴŀǘǳǊŜмлусоΦ 

ώнсϐ {Φ ½Φ IŀǎƴŀƛƴΣ 5Φ WΦ ¢ƘƻǊƴǘƻƴΣ ŀƴŘ wΦ YΦ DǊŜƴŎƛǎΣ ά/ƘŀƴƎŜǎ ƛƴ ǘƘŜ ƳǳŎƻǎŀƭ ōŀǊǊƛŜǊ ŘǳǊƛƴƎ ŀŎǳǘŜ ŀƴŘ 

ŎƘǊƻƴƛŎ ¢ǊƛŎƘǳǊƛǎ ƳǳǊƛǎ ƛƴŦŜŎǝƻƴΣέ tŀǊŀǎƛǘŜ LƳƳǳƴƻƭΦΣ ǾƻƭΦ ооΣ ƴƻΦ мΣ ǇǇΦ прςррΣ WŀƴΦ нлммΣ ŘƻƛΥ 

млΦммммκƧΦмосрπолнпΦнлмлΦлмнруΦȄΦ 

ώнтϐ {Φ ½Φ Iŀǎƴŀƛƴ Ŝǘ ŀƭΦΣ άaǳŎƛƴ DŜƴŜ 5ŜŬŎƛŜƴŎȅ ƛƴ aƛŎŜ LƳǇŀƛǊǎ Iƻǎǘ wŜǎƛǎǘŀƴŎŜ ǘƻ ŀƴ 9ƴǘŜǊƛŎ 

tŀǊŀǎƛǝŎ LƴŦŜŎǝƻƴΣέ DŀǎǘǊƻŜƴǘŜǊƻƭƻƎȅΣ ǾƻƭΦ моуΣ ƴƻΦ рςмлΣ ǇǇΦ мтсоπмттмΦŜрΣ aŀȅ нлмлΣ ŘƻƛΥ 

млΦмлроκƧΦƎŀǎǘǊƻΦнлмлΦлмΦлпрΦ 

ώнуϐ {Φ ½Φ Iŀǎƴŀƛƴ Ŝǘ ŀƭΦΣ άaǳŎрŀŎΥ ŀ ŎǊƛǝŎŀƭ ŎƻƳǇƻƴŜƴǘ ƳŜŘƛŀǝƴƎ ǘƘŜ ǊŜƧŜŎǝƻƴ ƻŦ ŜƴǘŜǊƛŎ 

ƴŜƳŀǘƻŘŜǎΣέ WΦ 9ȄǇΦ aŜŘΦΣ ǾƻƭΦ нлуΣ ƴƻΦ рΣ ǇǇΦ уфоςфллΣ aŀȅ нлммΣ ŘƻƛΥ млΦмлупκƧŜƳΦнлмлнлртΦ 
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ώнфϐ ¸Φ ¸ƻǳǎŜŬΣ {Φ IŀǉΣ {Φ .ŀƴǎƪƻǘŀΣ ¸Φ IΦ YǿƻƴΣ ŀƴŘ ²Φ LΦ YƘŀƴΣ ά¢ǊƛŎƘǳǊƛǎ ƳǳǊƛǎ aƻŘŜƭΥ wƻƭŜ ƛƴ 

¦ƴŘŜǊǎǘŀƴŘƛƴƎ LƴǘŜǎǝƴŀƭ LƳƳǳƴŜ wŜǎǇƻƴǎŜΣ LƴƅŀƳƳŀǝƻƴ ŀƴŘ Iƻǎǘ 5ŜŦŜƴǎŜΣέ tŀǘƘƻƎΦ .ŀǎŜƭ {ǿƛǘȊΦΣ ǾƻƭΦ 

млΣ ƴƻΦ уΣ ǇΦ фнрΣ WǳƭΦ нлнмΣ ŘƻƛΥ млΦоофлκǇŀǘƘƻƎŜƴǎмллулфнрΦ 

ώолϐ !Φ /ƻǊǘŞǎΣ [Φ tŜŀŎƘŜȅΣ wΦ {ŎƻǩΣ ¢Φ tΦ WŜƴƪƛƴǎΣ ŀƴŘ /Φ /ŀƴǘŀŎŜǎǎƛΣ άIŜƭƳƛƴǘƘπƳƛŎǊƻōƛƻǘŀ ŎǊƻǎǎπǘŀƭƪ π 

! ƧƻǳǊƴŜȅ ǘƘǊƻǳƎƘ ǘƘŜ ǾŜǊǘŜōǊŀǘŜ ŘƛƎŜǎǝǾŜ ǎȅǎǘŜƳΣέ aƻƭΦ .ƛƻŎƘŜƳΦ tŀǊŀǎƛǘƻƭΦΣ ǾƻƭΦ нооΣ ǇΦ мммнннΣ hŎǘΦ 

нлмфΣ ŘƻƛΥ млΦмлмсκƧΦƳƻƭōƛƻǇŀǊŀΦнлмфΦмммнннΦ 

ώомϐ tΦ tŀƻƴŜ ŀƴŘ tΦ 5Φ /ŀƴƛΣ άaǳŎǳǎ ōŀǊǊƛŜǊΣ ƳǳŎƛƴǎ ŀƴŘ Ǝǳǘ ƳƛŎǊƻōƛƻǘŀΥ ǘƘŜ ŜȄǇŜŎǘŜŘ ǎƭƛƳȅ 

ǇŀǊǘƴŜǊǎΚΣέ DǳǘΣ ǾƻƭΦ сфΣ ƴƻΦ мнΣ ǇǇΦ ннонςннпоΣ 5ŜŎΦ нлнлΣ ŘƻƛΥ млΦммосκƎǳǘƧƴƭπнлнлπонннслΦ 

ώонϐ CΦ {ƻƳƳŜǊ ŀƴŘ CΦ .ŅŎƪƘŜŘΣ ά¢ƘŜ Ǝǳǘ ƳƛŎǊƻōƛƻǘŀ τ ƳŀǎǘŜǊǎ ƻŦ Ƙƻǎǘ ŘŜǾŜƭƻǇƳŜƴǘ ŀƴŘ ǇƘȅǎƛƻƭƻƎȅΣέ 

bŀǘΦ wŜǾΦ aƛŎǊƻōƛƻƭΦΣ ǾƻƭΦ ммΣ ƴƻΦ пΣ ǇǇΦ ннтςноуΣ !ǇǊΦ нлмоΣ ŘƻƛΥ млΦмлоуκƴǊƳƛŎǊƻнфтпΦ 

ώооϐ aΦ aΦ ½ŀƛǎǎ ŀƴŘ bΦ [Φ IŀǊǊƛǎΣ άLƴǘŜǊŀŎǝƻƴǎ ōŜǘǿŜŜƴ ǘƘŜ ƛƴǘŜǎǝƴŀƭ ƳƛŎǊƻōƛƻƳŜ ŀƴŘ ƘŜƭƳƛƴǘƘ 

ǇŀǊŀǎƛǘŜǎΣέ tŀǊŀǎƛǘŜ LƳƳǳƴƻƭΦΣ ǾƻƭΦ оуΣ ƴƻΦ мΣ ǇǇΦ рςммΣ WŀƴΦ нлмсΣ ŘƻƛΥ млΦммммκǇƛƳΦмннтпΦ 

ώопϐ hΦ tŀǊǝŘŀπwƻŘǊƝƎǳŜȊ Ŝǘ ŀƭΦΣ άIǳƳŀƴ LƴǘŜǎǝƴŀƭ aƛŎǊƻōƛƻǘŀΥ LƴǘŜǊŀŎǝƻƴ .ŜǘǿŜŜƴ tŀǊŀǎƛǘŜǎ ŀƴŘ ǘƘŜ 

Iƻǎǘ LƳƳǳƴŜ wŜǎǇƻƴǎŜΣέ !ǊŎƘΦ aŜŘΦ wŜǎΦΣ ǾƻƭΦ пуΣ ƴƻΦ уΣ ǇǇΦ сфлςтллΣ bƻǾΦ нлмтΣ ŘƻƛΥ 

млΦмлмсκƧΦŀǊŎƳŜŘΦнлмтΦммΦлмрΦ 

ώорϐ DΦ tΦ 5ƻƴŀƭŘǎƻƴΣ {Φ aΦ [ŜŜΣ ŀƴŘ {Φ YΦ aŀȊƳŀƴƛŀƴΣ άDǳǘ ōƛƻƎŜƻƎǊŀǇƘȅ ƻŦ ǘƘŜ ōŀŎǘŜǊƛŀƭ ƳƛŎǊƻōƛƻǘŀΣέ 

bŀǘΦ wŜǾΦ aƛŎǊƻōƛƻƭΦΣ ǾƻƭΦ мпΣ ƴƻΦ мΣ ǇǇΦ нлςонΣ WŀƴΦ нлмсΣ ŘƻƛΥ млΦмлоуκƴǊƳƛŎǊƻоррнΦ 

ώосϐ .Φ /ƘŀǎǎŀƛƴƎ ŀƴŘ !Φ ¢Φ DŜǿƛǊǘȊΣ άLŘŜƴǝŬŎŀǝƻƴ ƻŦ LƴƴŜǊ aǳŎǳǎπ!ǎǎƻŎƛŀǘŜŘ .ŀŎǘŜǊƛŀ ōȅ [ŀǎŜǊ 

/ŀǇǘǳǊŜ aƛŎǊƻŘƛǎǎŜŎǝƻƴΣέ /ŜƭƭΦ aƻƭΦ DŀǎǘǊƻŜƴǘŜǊƻƭΦ IŜǇŀǘƻƭΦΣ ǾƻƭΦ тΣ ƴƻΦ мΣ ǇǇΦ мртςмслΣ {ŜǇΦ нлмуΣ ŘƻƛΥ 

млΦмлмсκƧΦƧŎƳƎƘΦнлмуΦлфΦллфΦ 

ώотϐ DΦ /Φ IŀƴǎǎƻƴΣ άaǳŎƛƴǎ ŀƴŘ ǘƘŜ aƛŎǊƻōƛƻƳŜΣέ !ƴƴǳΦ wŜǾΦ .ƛƻŎƘŜƳΦΣ ǾƻƭΦ уфΣ ǇǇΦ тсфςтфоΣ WǳƴΦ 

нлнлΣ ŘƻƛΥ млΦммпсκŀƴƴǳǊŜǾπōƛƻŎƘŜƳπлммрнлπмлрлроΦ 

ώоуϐ aΦ 9Φ ±Φ WƻƘŀƴǎǎƻƴ Ŝǘ ŀƭΦΣ άbƻǊƳŀƭƛȊŀǝƻƴ ƻŦ Ƙƻǎǘ ƛƴǘŜǎǝƴŀƭ ƳǳŎǳǎ ƭŀȅŜǊǎ ǊŜǉǳƛǊŜǎ ƭƻƴƎπǘŜǊƳ 

ƳƛŎǊƻōƛŀƭ ŎƻƭƻƴƛȊŀǝƻƴΣέ /Ŝƭƭ Iƻǎǘ aƛŎǊƻōŜΣ ǾƻƭΦ муΣ ƴƻΦ рΣ ǇǇΦ рунςрфнΣ bƻǾΦ нлмрΣ ŘƻƛΥ 

млΦмлмсκƧΦŎƘƻƳΦнлмрΦмлΦллтΦ 

ώофϐ !Φ aΦ wƻŘǊƝƎǳŜȊπtƛƷŜƛǊƻ ŀƴŘ aΦ 9Φ ±Φ WƻƘŀƴǎǎƻƴΣ ά¢ƘŜ ŎƻƭƻƴƛŎ ƳǳŎǳǎ ǇǊƻǘŜŎǝƻƴ ŘŜǇŜƴŘǎ ƻƴ ǘƘŜ 

ƳƛŎǊƻōƛƻǘŀΣέ Dǳǘ aƛŎǊƻōŜǎΣ ǾƻƭΦ сΣ ƴƻΦ рΣ ǇǇΦ онсςоолΣ !ǳƎΦ нлмрΣ ŘƻƛΥ млΦмлулκмфпфлфтсΦнлмрΦмлуслртΦ 

ώплϐ IΦ 9Φ Wŀƪƻōǎǎƻƴ Ŝǘ ŀƭΦΣ ά¢ƘŜ ŎƻƳǇƻǎƛǝƻƴ ƻŦ ǘƘŜ Ǝǳǘ ƳƛŎǊƻōƛƻǘŀ ǎƘŀǇŜǎ ǘƘŜ Ŏƻƭƻƴ ƳǳŎǳǎ ōŀǊǊƛŜǊΣέ 

9a.h wŜǇΦΣ ǾƻƭΦ мсΣ ƴƻΦ нΣ ǇǇΦ мспςмттΣ CŜōΦ нлмрΣ ŘƻƛΥ млΦмрнрнκŜƳōǊΦнлмпофнсоΦ 

ώпмϐ [Φ !ǊƛƪŜ ŀƴŘ DΦ /Φ IŀƴǎǎƻƴΣ ά¢ƘŜ 5ŜƴǎŜƭȅ hπDƭȅŎƻǎȅƭŀǘŜŘ a¦/н aǳŎƛƴ tǊƻǘŜŎǘǎ ǘƘŜ LƴǘŜǎǝƴŜ ŀƴŘ 

tǊƻǾƛŘŜǎ CƻƻŘ ŦƻǊ ǘƘŜ /ƻƳƳŜƴǎŀƭ .ŀŎǘŜǊƛŀΣέ WΦ aƻƭΦ .ƛƻƭΦΣ ǾƻƭΦ пнуΣ ƴƻΦ мсΣ ǇǇΦ оннмςоннфΣ !ǳƎΦ нлмсΣ 

ŘƻƛΥ млΦмлмсκƧΦƧƳōΦнлмсΦлнΦлмлΦ 

ώпнϐ .Φ {ŎƘǊƻŜŘŜǊΣ άCƛƎƘǘ ǘƘŜƳ ƻǊ ŦŜŜŘ ǘƘŜƳΥ Iƻǿ ǘƘŜ ƛƴǘŜǎǝƴŀƭ ƳǳŎǳǎ ƭŀȅŜǊ ƳŀƴŀƎŜǎ ǘƘŜ Ǝǳǘ 

ƳƛŎǊƻōƛƻǘŀΣέ DŀǎǘǊƻŜƴǘŜǊƻƭΦ wŜǇΦΣ ǾƻƭΦ тΣ ǇǇΦ оςмнΣ CŜōΦ нлмфΣ ŘƻƛΥ млΦмлфоκƎŀǎǘǊƻκƎƻȅлрнΦ 

ώпоϐ [Φ 9ǝŜƴƴŜπaŜǎƳƛƴ Ŝǘ ŀƭΦΣ ά9ȄǇŜǊƛƳŜƴǘŀƭ ƳƻŘŜƭǎ ǘƻ ǎǘǳŘȅ ƛƴǘŜǎǝƴŀƭ ƳƛŎǊƻōŜǎπƳǳŎǳǎ ƛƴǘŜǊŀŎǝƻƴǎ 

ƛƴ ƘŜŀƭǘƘ ŀƴŘ ŘƛǎŜŀǎŜΣέ C9a{ aƛŎǊƻōƛƻƭΦ wŜǾΦΣ ǾƻƭΦ поΣ ƴƻΦ рΣ ǇǇΦ пртςпуфΣ {ŜǇΦ нлмфΣ ŘƻƛΥ 

млΦмлфоκŦŜƳǎǊŜκŦǳȊлмоΦ 
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ώппϐ YΦ {Φ .Φ .ŜǊƎǎǘǊƻƳ ŀƴŘ [Φ ·ƛŀΣ άaǳŎƛƴπǘȅǇŜ hπƎƭȅŎŀƴǎ ŀƴŘ ǘƘŜƛǊ ǊƻƭŜǎ ƛƴ ƛƴǘŜǎǝƴŀƭ ƘƻƳŜƻǎǘŀǎƛǎΣέ 

DƭȅŎƻōƛƻƭƻƎȅΣ ǾƻƭΦ ноΣ ƴƻΦ фΣ ǇǇΦ млнсςмлотΣ {ŜǇΦ нлмоΣ ŘƻƛΥ млΦмлфоκƎƭȅŎƻōκŎǿǘлпрΦ 

ώпрϐ WΦ tΦ hǳǿŜǊƪŜǊƪΣ ²Φ aΦ ŘŜ ±ƻǎΣ ŀƴŘ /Φ .ŜƭȊŜǊΣ άDƭȅŎƻōƛƻƳŜΥ ōŀŎǘŜǊƛŀ ŀƴŘ ƳǳŎǳǎ ŀǘ ǘƘŜ ŜǇƛǘƘŜƭƛŀƭ 

ƛƴǘŜǊŦŀŎŜΣέ .Ŝǎǘ tǊŀŎǘΦ wŜǎΦ /ƭƛƴΦ DŀǎǘǊƻŜƴǘŜǊƻƭΦΣ ǾƻƭΦ нтΣ ƴƻΦ мΣ ǇǇΦ нрςоуΣ CŜōΦ нлмоΣ ŘƻƛΥ 

млΦмлмсκƧΦōǇƎΦнлмоΦлоΦллмΦ 

ώпсϐ ¢Φ tŜƭŀǎŜȅŜŘ ŀƴŘ DΦ /Φ IŀƴǎǎƻƴΣ άaŜƳōǊŀƴŜ ƳǳŎƛƴǎ ƻŦ ǘƘŜ ƛƴǘŜǎǝƴŜ ŀǘ ŀ ƎƭŀƴŎŜΣέ WΦ /Ŝƭƭ {ŎƛΦΣ ǾƻƭΦ 

мооΣ ƴƻΦ рΣ ǇΦ ƧŎǎнплфнфΣ aŀǊΦ нлнлΣ ŘƻƛΥ млΦмнпнκƧŎǎΦнплфнфΦ 

ώптϐ IΦ [ƛ Ŝǘ ŀƭΦΣ ά¢ƘŜ ƻǳǘŜǊ ƳǳŎǳǎ ƭŀȅŜǊ Ƙƻǎǘǎ ŀ ŘƛǎǝƴŎǘ ƛƴǘŜǎǝƴŀƭ ƳƛŎǊƻōƛŀƭ ƴƛŎƘŜΣέ bŀǘΦ /ƻƳƳǳƴΦΣ 

ǾƻƭΦ сΣ ǇΦ унфнΣ {ŜǇΦ нлмрΣ ŘƻƛΥ млΦмлоуκƴŎƻƳƳǎфнфнΦ 

ώпуϐ aΦ 9Φ ±Φ WƻƘŀƴǎǎƻƴ Ŝǘ ŀƭΦΣ ά/ƻƳǇƻǎƛǝƻƴ ŀƴŘ ŦǳƴŎǝƻƴŀƭ ǊƻƭŜ ƻŦ ǘƘŜ ƳǳŎǳǎ ƭŀȅŜǊǎ ƛƴ ǘƘŜ ƛƴǘŜǎǝƴŜΣέ 

/ŜƭƭΦ aƻƭΦ [ƛŦŜ {ŎƛΦ /a[{Σ ǾƻƭΦ суΣ ƴƻΦ ннΣ ǇǇΦ осорςоспмΣ bƻǾΦ нлммΣ ŘƻƛΥ млΦмллтκǎлллмуπлммπлуннπоΦ 

ώпфϐ DΦ /Φ IŀƴǎǎƻƴΣ άaǳŎǳǎ ŀƴŘ ƳǳŎƛƴǎ ƛƴ ŘƛǎŜŀǎŜǎ ƻŦ ǘƘŜ ƛƴǘŜǎǝƴŀƭ ŀƴŘ ǊŜǎǇƛǊŀǘƻǊȅ ǘǊŀŎǘǎΣέ WΦ LƴǘŜǊƴΦ 

aŜŘΦΣ ǾƻƭΦ нурΣ ƴƻΦ рΣ ǇǇΦ птфςпфлΣ aŀȅ нлмфΣ ŘƻƛΥ млΦммммκƧƻƛƳΦмнфмлΦ 

ώрлϐ DΦ .ƛǊŎƘŜƴƻǳƎƘΣ .Φ hΦ {ŎƘǊƻŜŘŜǊΣ CΦ .ŅŎƪƘŜŘΣ ŀƴŘ DΦ /Φ IŀƴǎǎƻƴΣ ά5ƛŜǘŀǊȅ ŘŜǎǘŀōƛƭƛǎŀǝƻƴ ƻŦ ǘƘŜ 

ōŀƭŀƴŎŜ ōŜǘǿŜŜƴ ǘƘŜ ƳƛŎǊƻōƛƻǘŀ ŀƴŘ ǘƘŜ ŎƻƭƻƴƛŎ ƳǳŎǳǎ ōŀǊǊƛŜǊΣέ Dǳǘ aƛŎǊƻōŜǎΣ ǾƻƭΦ млΣ ƴƻΦ нΣ ǇǇΦ нпсς

нрлΣ {ŜǇΦ нлмуΣ ŘƻƛΥ млΦмлулκмфпфлфтсΦнлмуΦмрмотсрΦ 

ώрмϐ WΦ 9Φ YƭŜƳŜƴǘƻǿƛŎȊΣ aΦ !Φ ¢ǊŀǾƛǎΣ ŀƴŘ wΦ YΦ DǊŜƴŎƛǎΣ ά¢ǊƛŎƘǳǊƛǎ ƳǳǊƛǎΥ ŀ ƳƻŘŜƭ ƻŦ ƎŀǎǘǊƻƛƴǘŜǎǝƴŀƭ 

ǇŀǊŀǎƛǘŜ ƛƴŦŜŎǝƻƴΣέ {ŜƳƛƴΦ LƳƳǳƴƻǇŀǘƘƻƭΦΣ ǾƻƭΦ опΣ ƴƻΦ сΣ ǇǇΦ умрςунуΣ bƻǾΦ нлмнΣ ŘƻƛΥ млΦмллтκǎллнумπ

лмнπлопуπнΦ 

ώрнϐ LΦ [Φ YƛƴƎ ŀƴŘ ¸Φ [ƛΣ άIƻǎǘπtŀǊŀǎƛǘŜ LƴǘŜǊŀŎǝƻƴǎ tǊƻƳƻǘŜ 5ƛǎŜŀǎŜ ¢ƻƭŜǊŀƴŎŜ ǘƻ LƴǘŜǎǝƴŀƭ IŜƭƳƛƴǘƘ 

LƴŦŜŎǝƻƴΣέ CǊƻƴǘΦ LƳƳǳƴƻƭΦΣ ǾƻƭΦ фΣ ǇΦ нмнуΣ нлмуΣ ŘƻƛΥ млΦооуфκŬƳƳǳΦнлмуΦлнмнуΦ 

ώроϐ ¢Φ tΦ .ǊƻǎǎŎƘƻǘ ŀƴŘ [Φ !Φ wŜȅƴƻƭŘǎΣ ά¢ƘŜ ƛƳǇŀŎǘ ƻŦ ŀ ƘŜƭƳƛƴǘƘπƳƻŘƛŬŜŘ ƳƛŎǊƻōƛƻƳŜ ƻƴ Ƙƻǎǘ 

ƛƳƳǳƴƛǘȅΣέ aǳŎƻǎŀƭ LƳƳǳƴƻƭΦΣ ǾƻƭΦ ммΣ ƴƻΦ пΣ ǇǇΦ млофςмлпсΣ WǳƭΦ нлмуΣ ŘƻƛΥ млΦмлоуκǎпмоурπлмуπлллуπ

рΦ 

ώрпϐ tΦ WΦ IƻǘŜȊΣ !Φ CŜƴǿƛŎƪΣ {Φ 9Φ wŀȅΣ {Φ LΦ IŀȅΣ ŀƴŘ 5Φ IΦ aƻƭȅƴŜǳȄΣ άΨwŀǇƛŘ ƛƳǇŀŎǘΩ мл ȅŜŀǊǎ ŀƊŜǊΥ ¢ƘŜ 

ŬǊǎǘ ΨŘŜŎŀŘŜΩ όнллсςнлмсύ ƻŦ ƛƴǘŜƎǊŀǘŜŘ ƴŜƎƭŜŎǘŜŘ ǘǊƻǇƛŎŀƭ ŘƛǎŜŀǎŜ ŎƻƴǘǊƻƭΣέ t[ƻ{ bŜƎƭΦ ¢ǊƻǇΦ 5ƛǎΦΣ ǾƻƭΦ мнΣ 

ƴƻΦ рΣ ǇΦ ŜлллсмотΣ aŀȅ нлмуΣ ŘƻƛΥ млΦмотмκƧƻǳǊƴŀƭΦǇƴǘŘΦлллсмотΦ 

ώррϐ tΦ WΦ IƻǘŜȊΣ tΦ WΦ .ǊƛƴŘƭŜȅΣ WΦ aΦ .ŜǘƘƻƴȅΣ /Φ IΦ YƛƴƎΣ 9Φ WΦ tŜŀǊŎŜΣ ŀƴŘ WΦ WŀŎƻōǎƻƴΣ άIŜƭƳƛƴǘƘ 

ƛƴŦŜŎǝƻƴǎΥ ǘƘŜ ƎǊŜŀǘ ƴŜƎƭŜŎǘŜŘ ǘǊƻǇƛŎŀƭ ŘƛǎŜŀǎŜǎΣέ WΦ /ƭƛƴΦ LƴǾŜǎǘΦΣ ǾƻƭΦ ммуΣ ƴƻΦ пΣ ǇǇΦ моммςмонмΣ !ǇǊΦ 

нллуΣ ŘƻƛΥ млΦммтнκW/LопнсмΦ 

ώрсϐ !Φ wŀǇƛƴ ŀƴŘ bΦ [Φ IŀǊǊƛǎΣ άIŜƭƳƛƴǘƘπ.ŀŎǘŜǊƛŀƭ LƴǘŜǊŀŎǝƻƴǎΥ /ŀǳǎŜ ŀƴŘ /ƻƴǎŜǉǳŜƴŎŜΣέ ¢ǊŜƴŘǎ 

LƳƳǳƴƻƭΦΣ ǾƻƭΦ офΣ ƴƻΦ фΣ ǇǇΦ тнпςтооΣ {ŜǇΦ нлмуΣ ŘƻƛΥ млΦмлмсκƧΦƛǘΦнлмуΦлсΦллнΦ 

ώртϐ {Φ ¢Φ ²ŀƭƪΣ !Φ aΦ .ƭǳƳΣ {Φ !Φπ{Φ 9ǿƛƴƎΣ WΦ ±Φ ²ŜƛƴǎǘƻŎƪΣ ŀƴŘ ±Φ .Φ ¸ƻǳƴƎΣ ά!ƭǘŜǊŀǝƻƴ ƻŦ ǘƘŜ ƳǳǊƛƴŜ 

Ǝǳǘ ƳƛŎǊƻōƛƻǘŀ ŘǳǊƛƴƎ ƛƴŦŜŎǝƻƴ ǿƛǘƘ ǘƘŜ ǇŀǊŀǎƛǝŎ ƘŜƭƳƛƴǘƘ IŜƭƛƎƳƻǎƻƳƻƛŘŜǎ ǇƻƭȅƎȅǊǳǎΣέ LƴƅŀƳƳΦ 

.ƻǿŜƭ 5ƛǎΦΣ ǾƻƭΦ мсΣ ƴƻΦ ммΣ ǇǇΦ мупмςмупфΣ bƻǾΦ нлмлΣ ŘƻƛΥ млΦмллнκƛōŘΦнмнффΦ 
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ώруϐ !Φ !ǊŀǳƧƻΣ YΦ WΦ wŜƛƴƘŀǊŘΣ [Φ CΦ CŜǊǊŜƛǊŀΣ ŀƴŘ {Φ [Φ DŀǊŘƴŜǊΣ άtŀǊŀǎƛǘŜǎ ŀǎ ǇǊƻōŜǎ ŦƻǊ ǇǊŜƘƛǎǘƻǊƛŎ 

ƘǳƳŀƴ ƳƛƎǊŀǝƻƴǎΚΣέ ¢ǊŜƴŘǎ tŀǊŀǎƛǘƻƭΦΣ ǾƻƭΦ нпΣ ƴƻΦ оΣ ǇǇΦ ммнςммрΣ aŀǊΦ нллуΣ ŘƻƛΥ 

млΦмлмсκƧΦǇǘΦнллтΦммΦллтΦ 

ώрфϐ aΦ /ƘŀōŞΣ !Φ [ƻƪƳŜǊΣ ŀƴŘ [Φ {ŞƎǳǊŜƭΣ άDǳǘ tǊƻǘƻȊƻŀΥ CǊƛŜƴŘǎ ƻǊ CƻŜǎ ƻŦ ǘƘŜ IǳƳŀƴ Dǳǘ 

aƛŎǊƻōƛƻǘŀΚΣέ ¢ǊŜƴŘǎ tŀǊŀǎƛǘƻƭΦΣ ǾƻƭΦ ооΣ ƴƻΦ мнΣ ǇǇΦ фнрςфопΣ 5ŜŎΦ нлмтΣ ŘƻƛΥ млΦмлмсκƧΦǇǘΦнлмтΦлуΦллрΦ 

ώслϐ !Φ DΦ aΦ ¢ƛŜƭŜƴǎΣ YΦ ²Φ !Φ Ǿŀƴ DǊƛƴǎǾŜƴΣ YΦ IŜƴȊŜΣ WΦ WΦ Ǿŀƴ IŜƭƭŜƳƻƴŘΣ ŀƴŘ ²Φ aŀǊǝƴΣ ά!ŎŜǘŀǘŜ 

ŦƻǊƳŀǝƻƴ ƛƴ ǘƘŜ ŜƴŜǊƎȅ ƳŜǘŀōƻƭƛǎƳ ƻŦ ǇŀǊŀǎƛǝŎ ƘŜƭƳƛƴǘƘǎ ŀƴŘ ǇǊƻǝǎǘǎΣέ LƴǘΦ WΦ tŀǊŀǎƛǘƻƭΦΣ ǾƻƭΦ плΣ ƴƻΦ пΣ 

ǇǇΦ оутςофтΣ aŀǊΦ нлмлΣ ŘƻƛΥ млΦмлмсκƧΦƛƧǇŀǊŀΦнллфΦмнΦллсΦ 

ώсмϐ aΦ IΦ YƻƎǳǘΣ !Φ [ŜŜΣ ŀƴŘ 9Φ {ŀƴǝƴΣ άaƛŎǊƻōƛƻƳŜ ŀƴŘ ǇŀǘƘƻƎŜƴ ƛƴǘŜǊŀŎǝƻƴ ǿƛǘƘ ǘƘŜ ƛƳƳǳƴŜ 

ǎȅǎǘŜƳΣέ tƻǳƭǘΦ {ŎƛΦΣ ǾƻƭΦ ффΣ ƴƻΦ пΣ ǇǇΦ мфлсςмфмоΣ !ǇǊΦ нлнлΣ ŘƻƛΥ млΦмлмсκƧΦǇǎƧΦнлмфΦмнΦлммΦ 

ώснϐ ²Φ /Φ DŀǳǎŜ ŀƴŘ wΦ aΦ aŀƛȊŜƭǎΣ άaŀŎǊƻōƛƻǘŀ τ ƘŜƭƳƛƴǘƘǎ ŀǎ ŀŎǝǾŜ ǇŀǊǝŎƛǇŀƴǘǎ ŀƴŘ ǇŀǊǘƴŜǊǎ ƻŦ 

ǘƘŜ ƳƛŎǊƻōƛƻǘŀ ƛƴ Ƙƻǎǘ ƛƴǘŜǎǝƴŀƭ ƘƻƳŜƻǎǘŀǎƛǎΣέ /ǳǊǊΦ hǇƛƴΦ aƛŎǊƻōƛƻƭΦΣ ǾƻƭΦ онΣ ǇǇΦ мпςмуΣ !ǳƎΦ нлмсΣ ŘƻƛΥ 

млΦмлмсκƧΦƳƛōΦнлмсΦлпΦллпΦ 

ώсоϐ !Φ IƻǳƭŘŜƴ Ŝǘ ŀƭΦΣ ά/ƘǊƻƴƛŎ ¢ǊƛŎƘǳǊƛǎ ƳǳǊƛǎ LƴŦŜŎǝƻƴ ƛƴ /рт.[κс aƛŎŜ /ŀǳǎŜǎ {ƛƎƴƛŬŎŀƴǘ /ƘŀƴƎŜǎ 

ƛƴ Iƻǎǘ aƛŎǊƻōƛƻǘŀ ŀƴŘ aŜǘŀōƻƭƻƳŜΥ 9ũŜŎǘǎ wŜǾŜǊǎŜŘ ōȅ tŀǘƘƻƎŜƴ /ƭŜŀǊŀƴŎŜΣέ t[h{ hb9Σ ǾƻƭΦ млΣ ƴƻΦ рΣ 

ǇΦ ŜлмнрфпрΣ aŀȅ нлмрΣ ŘƻƛΥ млΦмотмκƧƻǳǊƴŀƭΦǇƻƴŜΦлмнрфпрΦ 

ώспϐ [Φ DƭŜƴŘƛƴƴƛƴƎΣ bΦ bŀǳǎŎƘΣ !Φ CǊŜŜΣ 5Φ ²Φ ¢ŀȅƭƻǊΣ ŀƴŘ CΦ aǳǘŀǇƛΣ ά¢ƘŜ ƳƛŎǊƻōƛƻǘŀ ŀƴŘ ƘŜƭƳƛƴǘƘǎΥ 

ǎƘŀǊƛƴƎ ǘƘŜ ǎŀƳŜ ƴƛŎƘŜ ƛƴ ǘƘŜ ƘǳƳŀƴ ƘƻǎǘΣέ tŀǊŀǎƛǘƻƭƻƎȅΣ ǾƻƭΦ мпмΣ ƴƻΦ млΣ ǇǇΦ мнррςмнтмΣ {ŜǇΦ нлмпΣ 

ŘƻƛΥ млΦмлмтκ{лломмунлмплллсффΦ 

ώсрϐ {Φ YΦ aŜƴȊƛŜǎ Ŝǘ ŀƭΦΣ άwƛǎƪ CŀŎǘƻǊǎ ŦƻǊ {ƻƛƭπ¢ǊŀƴǎƳƛǧŜŘ IŜƭƳƛƴǘƘ LƴŦŜŎǝƻƴǎ ŘǳǊƛƴƎ ǘƘŜ CƛǊǎǘ о ¸ŜŀǊǎ 

ƻŦ [ƛŦŜ ƛƴ ǘƘŜ ¢ǊƻǇƛŎǎΤ CƛƴŘƛƴƎǎ ŦǊƻƳ ŀ .ƛǊǘƘ /ƻƘƻǊǘΣέ t[ƻ{ bŜƎƭΦ ¢ǊƻǇΦ 5ƛǎΦΣ ǾƻƭΦ уΣ ƴƻΦ нΣ ǇΦ ŜнтмуΣ CŜōΦ 

нлмпΣ ŘƻƛΥ млΦмотмκƧƻǳǊƴŀƭΦǇƴǘŘΦлллнтмуΦ 

ώссϐ aΦ WΦ .ǊƻŀŘƘǳǊǎǘ Ŝǘ ŀƭΦΣ ά¢ƘŜǊŀǇŜǳǝŎ ƘŜƭƳƛƴǘƘ ƛƴŦŜŎǝƻƴ ƻŦ ƳŀŎŀǉǳŜǎ ǿƛǘƘ ƛŘƛƻǇŀǘƘƛŎ ŎƘǊƻƴƛŎ 

ŘƛŀǊǊƘŜŀ ŀƭǘŜǊǎ ǘƘŜ ƛƴƅŀƳƳŀǘƻǊȅ ǎƛƎƴŀǘǳǊŜ ŀƴŘ ƳǳŎƻǎŀƭ ƳƛŎǊƻōƛƻǘŀ ƻŦ ǘƘŜ ŎƻƭƻƴΣέ t[ƻ{ tŀǘƘƻƎΦΣ ǾƻƭΦ уΣ 

ƴƻΦ ммΣ ǇΦ ŜмллолллΣ нлмнΣ ŘƻƛΥ млΦмотмκƧƻǳǊƴŀƭΦǇǇŀǘΦмллолллΦ 

ώстϐ !Φ {ǇƻǊΣ hΦ YƻǊŜƴΣ ŀƴŘ wΦ [ŜȅΣ ά¦ƴǊŀǾŜƭƭƛƴƎ ǘƘŜ ŜũŜŎǘǎ ƻŦ ǘƘŜ ŜƴǾƛǊƻƴƳŜƴǘ ŀƴŘ Ƙƻǎǘ ƎŜƴƻǘȅǇŜ ƻƴ 

ǘƘŜ Ǝǳǘ ƳƛŎǊƻōƛƻƳŜΣέ bŀǘΦ wŜǾΦ aƛŎǊƻōƛƻƭΦΣ ǾƻƭΦ фΣ ƴƻΦ пΣ ǇǇΦ нтфςнфлΣ !ǇǊΦ нлммΣ ŘƻƛΥ 

млΦмлоуκƴǊƳƛŎǊƻнрплΦ 

ώсуϐ aΦ ¸ŀȊŘŀƴōŀƪƘǎƘΣ !Φ Ǿŀƴ ŘŜƴ .ƛƎƎŜƭŀŀǊΣ ŀƴŘ wΦ aΦ aŀƛȊŜƭǎΣ ά¢Ƙн ǊŜǎǇƻƴǎŜǎ ǿƛǘƘƻǳǘ ŀǘƻǇȅΥ 

ƛƳƳǳƴƻǊŜƎǳƭŀǝƻƴ ƛƴ ŎƘǊƻƴƛŎ ƘŜƭƳƛƴǘƘ ƛƴŦŜŎǝƻƴǎ ŀƴŘ ǊŜŘǳŎŜŘ ŀƭƭŜǊƎƛŎ ŘƛǎŜŀǎŜΣέ ¢ǊŜƴŘǎ LƳƳǳƴƻƭΦΣ ǾƻƭΦ ннΣ 

ƴƻΦ тΣ ǇǇΦ отнςоттΣ WǳƭΦ нллмΣ ŘƻƛΥ млΦмлмсκǎмптмπпфлсόлмύлмфруπрΦ 

ώсфϐ /Φ aΦ ¢ǊǳƧƛƭƭƻπ±ŀǊƎŀǎ Ŝǘ ŀƭΦΣ άIŜƭƳƛƴǘƘπŘŜǊƛǾŜŘ ǇǊƻŘǳŎǘǎ ƛƴƘƛōƛǘ ǘƘŜ ŘŜǾŜƭƻǇƳŜƴǘ ƻŦ ŀƭƭŜǊƎƛŎ 

ǊŜǎǇƻƴǎŜǎ ƛƴ ƳƛŎŜΣέ !ƳΦ WΦ wŜǎǇƛǊΦ /ǊƛǘΦ /ŀǊŜ aŜŘΦΣ ǾƻƭΦ мтрΣ ƴƻΦ пΣ ǇǇΦ оосςоппΣ CŜōΦ нллтΣ ŘƻƛΥ 

млΦммспκǊŎŎƳΦнллслмπлрпh/Φ 

ώтлϐ WΦ .ŜǘƘƻƴȅ Ŝǘ ŀƭΦΣ ά{ƻƛƭπǘǊŀƴǎƳƛǧŜŘ ƘŜƭƳƛƴǘƘ ƛƴŦŜŎǝƻƴǎΥ ŀǎŎŀǊƛŀǎƛǎΣ ǘǊƛŎƘǳǊƛŀǎƛǎΣ ŀƴŘ ƘƻƻƪǿƻǊƳΣέ 

[ŀƴŎŜǘ [ƻƴŘΦ 9ƴƎƭΦΣ ǾƻƭΦ остΣ ƴƻΦ фрнмΣ ǇǇΦ мрнмςмронΣ aŀȅ нллсΣ ŘƻƛΥ млΦмлмсκ{лмплπстосόлсύсусроπпΦ 



MSc Thesis ï Z. T. Haider; McMaster University ï Medical Sciences    

 

 ммф 

ώтмϐ !Φ WΦ .ŀƴŎǊƻƊ ŀƴŘ wΦ YΦ DǊŜƴŎƛǎΣ άLƳƳǳƴƻǊŜƎǳƭŀǘƻǊȅ ƳƻƭŜŎǳƭŜǎ ǎŜŎǊŜǘŜŘ ōȅ ¢ǊƛŎƘǳǊƛǎ ƳǳǊƛǎΣέ 

tŀǊŀǎƛǘƻƭƻƎȅΣ ǾƻƭΦ мпуΣ ƴƻΦ мпΣ ǇǇΦ мтртςмтсоΣ ŘƻƛΥ млΦмлмтκ{лломмунлнмлллупсΦ 

ώтнϐ /Φ ½ŀǇƘΣ tΦ WΦ /ƻƻǇŜǊΣ ŀƴŘ bΦ [Φ IŀǊǊƛǎΣ άaǳŎƻǎŀƭ ƛƳƳǳƴŜ ǊŜǎǇƻƴǎŜǎ ŦƻƭƭƻǿƛƴƎ ƛƴǘŜǎǝƴŀƭ ƴŜƳŀǘƻŘŜ 

ƛƴŦŜŎǝƻƴΣέ tŀǊŀǎƛǘŜ LƳƳǳƴƻƭΦΣ ǾƻƭΦ осΣ ƴƻΦ фΣ ǇǇΦ пофςпрнΣ {ŜǇΦ нлмпΣ ŘƻƛΥ млΦммммκǇƛƳΦмнлфлΦ 

ώтоϐ ²Φ LΦ YƘŀƴΣ άtƘȅǎƛƻƭƻƎƛŎŀƭ ŎƘŀƴƎŜǎ ƛƴ ǘƘŜ ƎŀǎǘǊƻƛƴǘŜǎǝƴŀƭ ǘǊŀŎǘ ŀƴŘ Ƙƻǎǘ ǇǊƻǘŜŎǝǾŜ ƛƳƳǳƴƛǘȅΥ 

ƭŜŀǊƴƛƴƎ ŦǊƻƳ ǘƘŜ ƳƻǳǎŜπ¢ǊƛŎƘƛƴŜƭƭŀ ǎǇƛǊŀƭƛǎ ƳƻŘŜƭΣέ tŀǊŀǎƛǘƻƭƻƎȅΣ ǾƻƭΦ морΣ ƴƻΦ сΣ ǇǇΦ стмςсунΣ aŀȅ 

нллуΣ ŘƻƛΥ млΦмлмтκ{лломмунллуллпоумΦ 

ώтпϐ YΦ WΦ 9ƭǎŜΣ άIŀǾŜ ƎŀǎǘǊƻƛƴǘŜǎǝƴŀƭ ƴŜƳŀǘƻŘŜǎ ƻǳǘǿƛǧŜŘ ǘƘŜ ƛƳƳǳƴŜ ǎȅǎǘŜƳΚΣέ tŀǊŀǎƛǘŜ LƳƳǳƴƻƭΦΣ 

ǾƻƭΦ нтΣ ƴƻΦ млςммΣ ǇǇΦ плтςпмрΣ bƻǾΦ нллрΣ ŘƻƛΥ млΦммммκƧΦмосрπолнпΦнллрΦллтууΦȄΦ 

ώтрϐ 5Φ !ǊǝǎΣ /Φ {Φ tƻǧŜƴΣ YΦ WΦ 9ƭǎŜΣ CΦ 5Φ CƛƴƪŜƭƳŀƴΣ ŀƴŘ wΦ YΦ DǊŜƴŎƛǎΣ ά¢ǊƛŎƘǳǊƛǎ ƳǳǊƛǎΥ Ƙƻǎǘ ƛƴǘŜǎǝƴŀƭ 

ŜǇƛǘƘŜƭƛŀƭ ŎŜƭƭ ƘȅǇŜǊǇǊƻƭƛŦŜǊŀǝƻƴ ŘǳǊƛƴƎ ŎƘǊƻƴƛŎ ƛƴŦŜŎǝƻƴ ƛǎ ǊŜƎǳƭŀǘŜŘ ōȅ ƛƴǘŜǊŦŜǊƻƴπƎŀƳƳŀΣέ 9ȄǇΦ 

tŀǊŀǎƛǘƻƭΦΣ ǾƻƭΦ фнΣ ƴƻΦ нΣ ǇǇΦ мппςмроΣ WǳƴΦ мфффΣ ŘƻƛΥ млΦмллсκŜȄǇǊΦмфффΦпплтΦ 

ώтсϐ DΦ WΦ aŎYŜƴȊƛŜΣ !Φ .ŀƴŎǊƻƊΣ wΦ YΦ DǊŜƴŎƛǎΣ ŀƴŘ !Φ bΦ WΦ aŎYŜƴȊƛŜΣ ά! ŘƛǎǝƴŎǘ ǊƻƭŜ ŦƻǊ ƛƴǘŜǊƭŜǳƪƛƴπмо 

ƛƴ ¢ƘнπŎŜƭƭπƳŜŘƛŀǘŜŘ ƛƳƳǳƴŜ ǊŜǎǇƻƴǎŜǎΣέ /ǳǊǊΦ .ƛƻƭΦΣ ǾƻƭΦ уΣ ƴƻΦ сΣ ǇǇΦ оофςопнΣ aŀǊΦ мффуΣ ŘƻƛΥ 

млΦмлмсκ{лфслπфуннόфуύтлмопπпΦ 

ώттϐ ²Φ LΦ YƘŀƴΣ tΦ .ƭŜƴƴŜǊƘŀǎǎŜǘΣ /Φ aŀΣ YΦ LΦ aŀǧƘŀŜƛΣ ŀƴŘ {Φ aΦ /ƻƭƭƛƴǎΣ ά{ǘŀǘс ŘŜǇŜƴŘŜƴǘ ƎƻōƭŜǘ ŎŜƭƭ 

ƘȅǇŜǊǇƭŀǎƛŀ ŘǳǊƛƴƎ ƛƴǘŜǎǝƴŀƭ ƴŜƳŀǘƻŘŜ ƛƴŦŜŎǝƻƴΣέ tŀǊŀǎƛǘŜ LƳƳǳƴƻƭΦΣ ǾƻƭΦ ноΣ ƴƻΦ мΣ ǇǇΦ офςпнΣ WŀƴΦ 

нллмΣ ŘƻƛΥ млΦмлпсκƧΦмосрπолнпΦнллмΦллороΦȄΦ 

ώтуϐ άL[πпκL[πмо ƛƴŘŜǇŜƴŘŜƴǘ ƎƻōƭŜǘ ŎŜƭƭ ƘȅǇŜǊǇƭŀǎƛŀ ƛƴ ŜȄǇŜǊƛƳŜƴǘŀƭ ƘŜƭƳƛƴǘƘ ƛƴŦŜŎǝƻƴǎ μ .a/ 

LƳƳǳƴƻƭƻƎȅ μ Cǳƭƭ ¢ŜȄǘΦέ ƘǧǇǎΥκκōƳŎƛƳƳǳƴƻƭΦōƛƻƳŜŘŎŜƴǘǊŀƭΦŎƻƳκŀǊǝŎƭŜǎκмлΦммусκмптмπнмтнπфπмм 

όŀŎŎŜǎǎŜŘ !ǇǊΦ лпΣ нлннύΦ 

ώтфϐ aΦ ±ŀƴ ŘŜǊ {ƭǳƛǎ Ŝǘ ŀƭΦΣ άaǳŎнπ5ŜŬŎƛŜƴǘ aƛŎŜ {ǇƻƴǘŀƴŜƻǳǎƭȅ 5ŜǾŜƭƻǇ /ƻƭƛǝǎΣ LƴŘƛŎŀǝƴƎ ¢Ƙŀǘ 

a¦/н Lǎ /ǊƛǝŎŀƭ ŦƻǊ /ƻƭƻƴƛŎ tǊƻǘŜŎǝƻƴΣέ DŀǎǘǊƻŜƴǘŜǊƻƭƻƎȅΣ ǾƻƭΦ момΣ ƴƻΦ мΣ ǇǇΦ ммтςмнфΣ WǳƭΦ нллсΣ ŘƻƛΥ 

млΦмлроκƧΦƎŀǎǘǊƻΦнллсΦлпΦлнлΦ 

ώулϐ bΦ [Φ IŀǊǊƛǎ ŀƴŘ tΦ [ƻƪŜΣ άwŜŎŜƴǘ !ŘǾŀƴŎŜǎ ƛƴ ¢ȅǇŜπнπ/ŜƭƭπaŜŘƛŀǘŜŘ LƳƳǳƴƛǘȅΥ LƴǎƛƎƘǘǎ ŦǊƻƳ 

IŜƭƳƛƴǘƘ LƴŦŜŎǝƻƴΣέ LƳƳǳƴƛǘȅΣ ǾƻƭΦ птΣ ƴƻΦ сΣ ǇǇΦ млнпςмлосΣ 5ŜŎΦ нлмтΣ ŘƻƛΥ 

млΦмлмсκƧΦƛƳƳǳƴƛΦнлмтΦммΦлмрΦ 

ώумϐ {Φ !Φ {ŀŜƴȊ Ŝǘ ŀƭΦΣ άL[нр ŜƭƛŎƛǘǎ ŀ ƳǳƭǝǇƻǘŜƴǘ ǇǊƻƎŜƴƛǘƻǊ ŎŜƭƭ ǇƻǇǳƭŀǝƻƴ ǘƘŀǘ ǇǊƻƳƻǘŜǎ ¢όIύн 

ŎȅǘƻƪƛƴŜ ǊŜǎǇƻƴǎŜǎΣέ bŀǘǳǊŜΣ ǾƻƭΦ пспΣ ƴƻΦ тнфоΣ ǇǇΦ моснςмоссΣ !ǇǊΦ нлмлΣ ŘƻƛΥ млΦмлоуκƴŀǘǳǊŜлуфлмΦ 

ώунϐ bΦ 9Φ IǳƳǇƘǊŜȅǎΣ 5Φ ·ǳΣ aΦ wΦ IŜǇǿƻǊǘƘΣ CΦ ¸Φ [ƛŜǿΣ ŀƴŘ wΦ YΦ DǊŜƴŎƛǎΣ άL[πооΣ ŀ ǇƻǘŜƴǘ ƛƴŘǳŎŜǊ ƻŦ 

ŀŘŀǇǝǾŜ ƛƳƳǳƴƛǘȅ ǘƻ ƛƴǘŜǎǝƴŀƭ ƴŜƳŀǘƻŘŜǎΣέ WΦ LƳƳǳƴƻƭΦ .ŀƭǝƳΦ aŘ мфрлΣ ǾƻƭΦ мулΣ ƴƻΦ пΣ ǇǇΦ нппоς

нппфΣ CŜōΦ нллуΣ ŘƻƛΥ млΦплпфκƧƛƳƳǳƴƻƭΦмулΦпΦнппоΦ 

ώуоϐ 5Φ wΦ bŜƛƭƭ ŀƴŘ !Φ bΦ WΦ aŎYŜƴȊƛŜΣ άbǳƻŎȅǘŜǎ ŀƴŘ ōŜȅƻƴŘΥ ƴŜǿ ƛƴǎƛƎƘǘǎ ƛƴǘƻ ƘŜƭƳƛƴǘƘ ŜȄǇǳƭǎƛƻƴΣέ 

¢ǊŜƴŘǎ tŀǊŀǎƛǘƻƭΦΣ ǾƻƭΦ нтΣ ƴƻΦ рΣ ǇǇΦ нмпςннмΣ aŀȅ нлммΣ ŘƻƛΥ млΦмлмсκƧΦǇǘΦнлммΦлмΦллмΦ 

ώупϐ {Φ aΦ /ǊǳƛŎƪǎƘŀƴƪ Ŝǘ ŀƭΦΣ άwŀǇƛŘ 5ŜƴŘǊƛǝŎ /Ŝƭƭ aƻōƛƭƛȊŀǝƻƴ ǘƻ ǘƘŜ [ŀǊƎŜ LƴǘŜǎǝƴŀƭ 9ǇƛǘƘŜƭƛǳƳ Lǎ 

!ǎǎƻŎƛŀǘŜŘ ǿƛǘƘ wŜǎƛǎǘŀƴŎŜ ǘƻ ¢ǊƛŎƘǳǊƛǎ ƳǳǊƛǎ LƴŦŜŎǝƻƴмΣέ WΦ LƳƳǳƴƻƭΦΣ ǾƻƭΦ мунΣ ƴƻΦ рΣ ǇǇΦ олррςолснΣ 

aŀǊΦ нллфΣ ŘƻƛΥ млΦплпфκƧƛƳƳǳƴƻƭΦлулнтпфΦ 
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ώурϐ WΦ ¦Φ aŀȅŜǊΣ aΦ 5ŜƳƛǊƛΣ ²Φ ²Φ !ƎŀŎŜΣ !Φ {Φ aŀŎ5ƻƴŀƭŘΣ aΦ {ǾŜƴǎǎƻƴπCǊŜƧΣ ŀƴŘ {Φ ²Φ aƛƭƭƛƴƎΣ 

ά5ƛũŜǊŜƴǘ ǇƻǇǳƭŀǝƻƴǎ ƻŦ /5ммōҌ ŘŜƴŘǊƛǝŎ ŎŜƭƭǎ ŘǊƛǾŜ ¢Ƙн ǊŜǎǇƻƴǎŜǎ ƛƴ ǘƘŜ ǎƳŀƭƭ ƛƴǘŜǎǝƴŜ ŀƴŘ ŎƻƭƻƴΣέ 

bŀǘΦ /ƻƳƳǳƴΦΣ ǾƻƭΦ уΣ ǇΦ мрунлΣ WǳƴΦ нлмтΣ ŘƻƛΥ млΦмлоуκƴŎƻƳƳǎмрунлΦ 

ώусϐ !Φ aŀǊǟƴπCƻƴǘŜŎƘŀ Ŝǘ ŀƭΦΣ άLƴŘǳŎŜŘ ǊŜŎǊǳƛǘƳŜƴǘ ƻŦ bY ŎŜƭƭǎ ǘƻ ƭȅƳǇƘ ƴƻŘŜǎ ǇǊƻǾƛŘŜǎ LCbπƎŀƳƳŀ 

ŦƻǊ ¢όIύм ǇǊƛƳƛƴƎΣέ bŀǘΦ LƳƳǳƴƻƭΦΣ ǾƻƭΦ рΣ ƴƻΦ мнΣ ǇǇΦ мнслςмнсрΣ 5ŜŎΦ нллпΣ ŘƻƛΥ млΦмлоуκƴƛммоуΦ 

ώутϐ hΦ ²ŀƭŘ Ŝǘ ŀƭΦΣ άLCbπɹ  !Ŏǘǎ ƻƴ ¢ /Ŝƭƭǎ ǘƻ LƴŘǳŎŜ bY /Ŝƭƭ aƻōƛƭƛȊŀǝƻƴ ŀƴŘ !ŎŎǳƳǳƭŀǝƻƴ ƛƴ ¢ŀǊƎŜǘ 

hǊƎŀƴǎмΣέ WΦ LƳƳǳƴƻƭΦΣ ǾƻƭΦ мтсΣ ƴƻΦ уΣ ǇǇΦ птмсςптнфΣ !ǇǊΦ нллсΣ ŘƻƛΥ млΦплпфκƧƛƳƳǳƴƻƭΦмтсΦуΦптмсΦ 

ώууϐ aΦ wΦ IŜǇǿƻǊǘƘ ŀƴŘ wΦ YΦ DǊŜƴŎƛǎΣ ά5ƛǎǊǳǇǝƻƴ ƻŦ ¢Ƙн LƳƳǳƴƛǘȅ wŜǎǳƭǘǎ ƛƴ ŀ DŜƴŘŜǊπ{ǇŜŎƛŬŎ 

9ȄǇŀƴǎƛƻƴ ƻŦ L[πмо tǊƻŘǳŎƛƴƎ !ŎŎŜǎǎƻǊȅ bY /Ŝƭƭǎ ŘǳǊƛƴƎ IŜƭƳƛƴǘƘ LƴŦŜŎǝƻƴмΣέ WΦ LƳƳǳƴƻƭΦΣ ǾƻƭΦ муоΣ ƴƻΦ 

сΣ ǇǇΦ офлсςофмпΣ {ŜǇΦ нллфΣ ŘƻƛΥ млΦплпфκƧƛƳƳǳƴƻƭΦлфллрттΦ 

ώуфϐ aΦ {ǾŜƴǎǎƻƴΣ [Φ .ŜƭƭΣ aΦ /Φ [ƛǧƭŜΣ aΦ 5Ŝ{ŎƘƻƻƭƳŜŜǎǘŜǊΣ wΦ aΦ [ƻŎƪǎƭŜȅΣ ŀƴŘ YΦ WΦ 9ƭǎŜΣ 

ά!ŎŎǳƳǳƭŀǝƻƴ ƻŦ ŜƻǎƛƴƻǇƘƛƭǎ ƛƴ ƛƴǘŜǎǝƴŜπŘǊŀƛƴƛƴƎ ƳŜǎŜƴǘŜǊƛŎ ƭȅƳǇƘ ƴƻŘŜǎ ƻŎŎǳǊǎ ŀƊŜǊ ¢ǊƛŎƘǳǊƛǎ ƳǳǊƛǎ 

ƛƴŦŜŎǝƻƴΣέ tŀǊŀǎƛǘŜ LƳƳǳƴƻƭΦΣ ǾƻƭΦ ооΣ ƴƻΦ мΣ ǇǇΦ мςммΣ WŀƴΦ нлммΣ ŘƻƛΥ млΦммммκƧΦмосрπ

олнпΦнлмлΦлмнпсΦȄΦ 

ώфлϐ ¢Φ 5Φ [ŜŜΣ 5Φ ²ŀƪŜƭƛƴΣ ŀƴŘ wΦ YΦ DǊŜƴŎƛǎΣ ά/ŜƭƭǳƭŀǊ ƳŜŎƘŀƴƛǎƳǎ ƻŦ ƛƳƳǳƴƛǘȅ ǘƻ ǘƘŜ ƴŜƳŀǘƻŘŜ 

¢ǊƛŎƘǳǊƛǎ ƳǳǊƛǎΣέ LƴǘΦ WΦ tŀǊŀǎƛǘƻƭΦΣ ǾƻƭΦ моΣ ƴƻΦ пΣ ǇǇΦ опфςороΣ !ǳƎΦ мфуоΣ ŘƻƛΥ млΦмлмсκǎллнлπ

трмфόуоύуллофπоΦ 

ώфмϐ ¸Φ LǘƻΣ ά¢ƘŜ ŀōǎŜƴŎŜ ƻŦ ǊŜǎƛǎǘŀƴŎŜ ƛƴ ŎƻƴƎŜƴƛǘŀƭƭȅ ŀǘƘȅƳƛŎ ƴǳŘŜ ƳƛŎŜ ǘƻǿŀǊŘ ƛƴŦŜŎǝƻƴ ǿƛǘƘ ǘƘŜ 

ƛƴǘŜǎǝƴŀƭ ƴŜƳŀǘƻŘŜΣ ¢ǊƛŎƘǳǊƛǎ ƳǳǊƛǎΥ ǊŜǎƛǎǘŀƴŎŜ ǊŜǎǘƻǊŜŘ ōȅ ƭȅƳǇƘƻƛŘ ŎŜƭƭ ǘǊŀƴǎŦŜǊΣέ LƴǘΦ WΦ tŀǊŀǎƛǘƻƭΦΣ ǾƻƭΦ 

нмΣ ƴƻΦ мΣ ǇǇΦ срςсфΣ CŜōΦ мффмΣ ŘƻƛΥ млΦмлмсκллнлπтрмфόфмύфлмнмπƳΦ 

ώфнϐ YΦ WΦ 9ƭǎŜ ŀƴŘ wΦ YΦ DǊŜƴŎƛǎΣ ά!ƴǝōƻŘȅπƛƴŘŜǇŜƴŘŜƴǘ ŜũŜŎǘƻǊ ƳŜŎƘŀƴƛǎƳǎ ƛƴ ǊŜǎƛǎǘŀƴŎŜ ǘƻ ǘƘŜ 

ƛƴǘŜǎǝƴŀƭ ƴŜƳŀǘƻŘŜ ǇŀǊŀǎƛǘŜ ¢ǊƛŎƘǳǊƛǎ ƳǳǊƛǎΣέ LƴŦŜŎǘΦ LƳƳǳƴΦΣ ǾƻƭΦ спΣ ƴƻΦ уΣ ǇǇΦ нфрлςнфрпΣ !ǳƎΦ мффсΣ 

ŘƻƛΥ млΦммнуκƛŀƛΦспΦуΦнфрлπнфрпΦмффсΦ 

ώфоϐ YΦ WΦ 9ƭǎŜΣ CΦ 5Φ CƛƴƪŜƭƳŀƴΣ /Φ wΦ aŀƭƛǎȊŜǿǎƪƛΣ ŀƴŘ wΦ YΦ DǊŜƴŎƛǎΣ ά/ȅǘƻƪƛƴŜπƳŜŘƛŀǘŜŘ ǊŜƎǳƭŀǝƻƴ ƻŦ 

ŎƘǊƻƴƛŎ ƛƴǘŜǎǝƴŀƭ ƘŜƭƳƛƴǘƘ ƛƴŦŜŎǝƻƴΣέ WΦ 9ȄǇΦ aŜŘΦΣ ǾƻƭΦ мтфΣ ƴƻΦ мΣ ǇǇΦ оптςормΣ WŀƴΦ мффпΣ ŘƻƛΥ 

млΦмлупκƧŜƳΦмтфΦмΦоптΦ 

ώфпϐ !Φ WΦ .ŀƴŎǊƻƊΣ YΦ WΦ 9ƭǎŜΣ WΦ tΦ {ȅǇŜƪΣ ŀƴŘ wΦ YΦ DǊŜƴŎƛǎΣ άLƴǘŜǊƭŜǳƪƛƴπмн ǇǊƻƳƻǘŜǎ ŀ ŎƘǊƻƴƛŎ 

ƛƴǘŜǎǝƴŀƭ ƴŜƳŀǘƻŘŜ ƛƴŦŜŎǝƻƴΣέ 9ǳǊΦ WΦ LƳƳǳƴƻƭΦΣ ǾƻƭΦ нтΣ ƴƻΦ пΣ ǇǇΦ уссςутлΣ !ǇǊΦ мффтΣ ŘƻƛΥ 

млΦмллнκŜƧƛΦмуолнтлпмлΦ 

ώфрϐ IΦ IŜƭƳōȅΣ YΦ ¢ŀƪŜŘŀΣ {Φ !ƪƛǊŀΣ ŀƴŘ wΦ YΦ DǊŜƴŎƛǎΣ άLƴǘŜǊƭŜǳƪƛƴ όL[ύπму ǇǊƻƳƻǘŜǎ ǘƘŜ ŘŜǾŜƭƻǇƳŜƴǘ 

ƻŦ ŎƘǊƻƴƛŎ ƎŀǎǘǊƻƛƴǘŜǎǝƴŀƭ ƘŜƭƳƛƴǘƘ ƛƴŦŜŎǝƻƴ ōȅ ŘƻǿƴǊŜƎǳƭŀǝƴƎ L[πмоΣέ WΦ 9ȄǇΦ aŜŘΦΣ ǾƻƭΦ мфпΣ ƴƻΦ оΣ ǇǇΦ 

оррςоспΣ !ǳƎΦ нллмΣ ŘƻƛΥ млΦмлупκƧŜƳΦмфпΦоΦоррΦ 

ώфсϐ !Φ 5ŞƴŜǎΣ bΦ IǳƳǇƘǊŜȅǎΣ ¢Φ 9Φ [ŀƴŜΣ wΦ DǊŜƴŎƛǎΣ ŀƴŘ bΦ wƻǘƘǿŜƭƭΣ ά/ƘǊƻƴƛŎ ǎȅǎǘŜƳƛŎ ƛƴŦŜŎǝƻƴ 

ŜȄŀŎŜǊōŀǘŜǎ ƛǎŎƘŜƳƛŎ ōǊŀƛƴ ŘŀƳŀƎŜ Ǿƛŀ ŀ //[р όǊŜƎǳƭŀǘŜŘ ƻƴ ŀŎǝǾŀǝƻƴΣ ƴƻǊƳŀƭ ¢πŎŜƭƭ ŜȄǇǊŜǎǎŜŘ ŀƴŘ 

ǎŜŎǊŜǘŜŘύπƳŜŘƛŀǘŜŘ ǇǊƻƛƴƅŀƳƳŀǘƻǊȅ ǊŜǎǇƻƴǎŜ ƛƴ ƳƛŎŜΣέ WΦ bŜǳǊƻǎŎƛΦ hũΦ WΦ {ƻŎΦ bŜǳǊƻǎŎƛΦΣ ǾƻƭΦ олΣ ƴƻΦ олΣ 

ǇǇΦ мллусςмллфрΣ WǳƭΦ нлмлΣ ŘƻƛΥ млΦмрноκWb9¦wh{/LΦмннтπмлΦнлмлΦ 

ώфтϐ !Φ WΦ .ŀƴŎǊƻƊΣ !Φ bΦ aŎYŜƴȊƛŜΣ ŀƴŘ wΦ YΦ DǊŜƴŎƛǎΣ ά! ŎǊƛǝŎŀƭ ǊƻƭŜ ŦƻǊ L[πмо ƛƴ ǊŜǎƛǎǘŀƴŎŜ ǘƻ 

ƛƴǘŜǎǝƴŀƭ ƴŜƳŀǘƻŘŜ ƛƴŦŜŎǝƻƴΣέ WΦ LƳƳǳƴƻƭΦ .ŀƭǝƳΦ aŘ мфрлΣ ǾƻƭΦ мслΣ ƴƻΦ тΣ ǇǇΦ опроςопсмΣ !ǇǊΦ мффуΦ 
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ώфуϐ !Φ WΦ .ŀƴŎǊƻƊΣ 5Φ !ǊǝǎΣ 5Φ 5Φ 5ƻƴŀƭŘǎƻƴΣ WΦ tΦ {ȅǇŜƪΣ ŀƴŘ wΦ YΦ DǊŜƴŎƛǎΣ άDŀǎǘǊƻƛƴǘŜǎǝƴŀƭ ƴŜƳŀǘƻŘŜ 

ŜȄǇǳƭǎƛƻƴ ƛƴ L[πп ƪƴƻŎƪƻǳǘ ƳƛŎŜ ƛǎ L[πмо ŘŜǇŜƴŘŜƴǘΣέ 9ǳǊΦ WΦ LƳƳǳƴƻƭΦΣ ǾƻƭΦ олΣ ƴƻΦ тΣ ǇǇΦ нлуоςнлфмΣ WǳƭΦ 

нлллΣ ŘƻƛΥ млΦмллнκмрнмπпмпмόнллллтύолΥтғнлуоΥΥ!L5πLaa¦нлуоҔоΦлΦ/hΤнπоΦ 

ώффϐ YΦ ƧΦ 9ƭǎŜΣ DΦ ƳΦ 9ƴǘǿƛǎǘƭŜΣ ŀƴŘ wΦ ƪΦ DǊŜƴŎƛǎΣ ά/ƻǊǊŜƭŀǝƻƴǎ ōŜǘǿŜŜƴ ǿƻǊƳ ōǳǊŘŜƴ ŀƴŘ ƳŀǊƪŜǊǎ ƻŦ 

¢Ƙм ŀƴŘ ¢Ƙн ŎŜƭƭ ǎǳōǎŜǘ ƛƴŘǳŎǝƻƴ ƛƴ ŀƴ ƛƴōǊŜŘ ǎǘǊŀƛƴ ƻŦ ƳƻǳǎŜ ƛƴŦŜŎǘŜŘ ǿƛǘƘ ¢ǊƛŎƘǳǊƛǎ ƳǳǊƛǎΣέ tŀǊŀǎƛǘŜ 

LƳƳǳƴƻƭΦΣ ǾƻƭΦ мрΣ ƴƻΦ млΣ ǇǇΦ рфрςсллΣ мффоΣ ŘƻƛΥ млΦммммκǇƛƳΦмффоΦмрΦмлΦрфрΦ 

ώмллϐ 5Φ [ƛ ŀƴŘ aΦ ²ǳΣ άtŀǧŜǊƴ ǊŜŎƻƎƴƛǝƻƴ ǊŜŎŜǇǘƻǊǎ ƛƴ ƘŜŀƭǘƘ ŀƴŘ ŘƛǎŜŀǎŜǎΣέ {ƛƎƴŀƭ ¢ǊŀƴǎŘǳŎǘΦ ¢ŀǊƎŜǘΦ 

¢ƘŜǊΦΣ ǾƻƭΦ сΣ ƴƻΦ мΣ !ǊǘΦ ƴƻΦ мΣ !ǳƎΦ нлнмΣ ŘƻƛΥ млΦмлоуκǎпмофнπлнмπллсутπлΦ 

ώмлмϐ wΦ {Φ aŀƘƭŀΣ aΦ /Φ wŜŘŘȅΣ 5Φ ±Φ wΦ tǊŀǎŀŘΣ ŀƴŘ IΦ YǳƳŀǊΣ ά{ǿŜŜǘŜƴ t!atǎΥ wƻƭŜ ƻŦ {ǳƎŀǊ 

/ƻƳǇƭŜȄŜŘ t!atǎ ƛƴ LƴƴŀǘŜ LƳƳǳƴƛǘȅ ŀƴŘ ±ŀŎŎƛƴŜ .ƛƻƭƻƎȅΣέ CǊƻƴǘΦ LƳƳǳƴƻƭΦΣ ǾƻƭΦ пΣ ǇΦ нпуΣ {ŜǇΦ нлмоΣ 

ŘƻƛΥ млΦооуфκŬƳƳǳΦнлмоΦллнпуΦ 

ώмлнϐ [Φ CǊŀƴŎƘƛΣ bΦ ²ŀǊƴŜǊΣ YΦ ±ƛŀƴƛΣ ŀƴŘ DΦ bǳƷŜȊΣ άCǳƴŎǝƻƴ ƻŦ bƻŘπƭƛƪŜ wŜŎŜǇǘƻǊǎ ƛƴ aƛŎǊƻōƛŀƭ 

wŜŎƻƎƴƛǝƻƴ ŀƴŘ Iƻǎǘ 5ŜŦŜƴǎŜΣέ LƳƳǳƴƻƭΦ wŜǾΦΣ ǾƻƭΦ ннтΣ ƴƻΦ мΣ ǇǇΦ млсςмнуΣ WŀƴΦ нллфΣ ŘƻƛΥ 

млΦммммκƧΦмсллπлср·ΦнллуΦллтопΦȄΦ 

ώмлоϐ IΦ ²ŀƴƎ Ŝǘ ŀƭΦΣ ά¢[wн tƭŀȅǎ ŀ tƛǾƻǘŀƭ wƻƭŜ ƛƴ aŜŘƛŀǝƴƎ aǳŎƻǎŀƭ {ŜǊƻǘƻƴƛƴ tǊƻŘǳŎǝƻƴ ƛƴ ǘƘŜ 

DǳǘΣέ WΦ LƳƳǳƴƻƭΦΣ ǾƻƭΦ нлнΣ ƴƻΦ млΣ ǇǇΦ олпмςолрнΣ aŀȅ нлмфΣ ŘƻƛΥ млΦплпфκƧƛƳƳǳƴƻƭΦмулмлопΦ 

ώмлпϐ /Φ aΦ YŀƴŜ Ŝǘ ŀƭΦΣ άIŜƭƳƛƴǘƘ ŀƴǝƎŜƴǎ ƳƻŘǳƭŀǘŜ ¢[wπƛƴƛǝŀǘŜŘ ŘŜƴŘǊƛǝŎ ŎŜƭƭ ŀŎǝǾŀǝƻƴΣέ WΦ 

LƳƳǳƴƻƭΦ .ŀƭǝƳΦ aŘ мфрлΣ ǾƻƭΦ мтоΣ ƴƻΦ мнΣ ǇǇΦ тпрпςтпсмΣ 5ŜŎΦ нллпΣ ŘƻƛΥ 

млΦплпфκƧƛƳƳǳƴƻƭΦмтоΦмнΦтпрпΦ 

ώмлрϐ ¸Φ DŀƻΣ aΦ ½ƘŀƴƎΣ [Φ /ƘŜƴΣ aΦ IƻǳΣ aΦ WƛΣ ŀƴŘ DΦ ²ǳΣ ά5ŜŬŎƛŜƴŎȅ ƛƴ ¢[wн ōǳǘ ƴƻǘ ƛƴ ¢[wп ƛƳǇŀƛǊǎ 

ŘŜƴŘǊƛǝŎ ŎŜƭƭǎ ŘŜǊƛǾŜŘ L[πмл ǊŜǎǇƻƴǎŜǎ ǘƻ ǎŎƘƛǎǘƻǎƻƳŜ ŀƴǝƎŜƴǎΣέ /ŜƭƭΦ LƳƳǳƴƻƭΦΣ ǾƻƭΦ нтнΣ ƴƻΦ нΣ ǇǇΦ нпнς

нрлΣ нлмнΣ ŘƻƛΥ млΦмлмсκƧΦŎŜƭƭƛƳƳΦнлммΦмлΦллтΦ 

ώмлсϐ wΦ .ƻǿŎǳǧ Ŝǘ ŀƭΦΣ ά! ǊƻƭŜ ŦƻǊ ǘƘŜ ǇŀǧŜǊƴ ǊŜŎƻƎƴƛǝƻƴ ǊŜŎŜǇǘƻǊ bƻŘн ƛƴ ǇǊƻƳƻǝƴƎ ǊŜŎǊǳƛǘƳŜƴǘ ƻŦ 

/5млоҌ ŘŜƴŘǊƛǝŎ ŎŜƭƭǎ ǘƻ ǘƘŜ Ŏƻƭƻƴ ƛƴ ǊŜǎǇƻƴǎŜ ǘƻ ¢ǊƛŎƘǳǊƛǎ ƳǳǊƛǎ ƛƴŦŜŎǝƻƴΣέ aǳŎƻǎŀƭ LƳƳǳƴƻƭΦΣ ǾƻƭΦ тΣ 

ƴƻΦ рΣ ǇǇΦ млфпςммлрΣ {ŜǇΦ нлмпΣ ŘƻƛΥ млΦмлоуκƳƛΦнлмоΦмнрΦ 

ώмлтϐ IΦ ²ŀƴƎ Ŝǘ ŀƭΦΣ άbŜǿ wƻƭŜ ƻŦ bƻŘ tǊƻǘŜƛƴǎ ƛƴ wŜƎǳƭŀǝƻƴ ƻŦ LƴǘŜǎǝƴŀƭ DƻōƭŜǘ /Ŝƭƭ wŜǎǇƻƴǎŜ ƛƴ ǘƘŜ 

/ƻƴǘŜȄǘ ƻŦ LƴƴŀǘŜ Iƻǎǘ 5ŜŦŜƴǎŜ ƛƴ ŀƴ 9ƴǘŜǊƛŎ tŀǊŀǎƛǘŜ LƴŦŜŎǝƻƴΣέ LƴŦŜŎǘΦ LƳƳǳƴΦΣ ǾƻƭΦ упΣ ƴƻΦ мΣ ǇǇΦ нтрς

нурΣ WŀƴΦ нлмсΣ ŘƻƛΥ млΦммнуκL!LΦлммутπмрΦ 

ώмлуϐ tΦ [Φ 5ŜǾƛƴŜ Ŝǘ ŀƭΦΣ άtǊƻŘǳŎǝƻƴ ƻŦ a¦/м ŀƴŘ a¦/н ƳǳŎƛƴǎ ōȅ ƘǳƳŀƴ ǘǳƳƻǊ ŎŜƭƭ ƭƛƴŜǎΣέ .ƛƻŎƘŜƳΦ 

.ƛƻǇƘȅǎΦ wŜǎΦ /ƻƳƳǳƴΦΣ ǾƻƭΦ мтуΣ ƴƻΦ нΣ ǇǇΦ рфоςрффΣ WǳƭΦ мффмΣ ŘƻƛΥ млΦмлмсκлллсπнфмȄόфмύфлмпфπнΦ 

ώмлфϐ WΦ .Φ IƻƭƳ Ŝǘ ŀƭΦΣ ά/ƘǊƻƴƛŎ ¢ǊƛŎƘǳǊƛǎ ƳǳǊƛǎ LƴŦŜŎǝƻƴ 5ŜŎǊŜŀǎŜǎ 5ƛǾŜǊǎƛǘȅ ƻŦ ǘƘŜ LƴǘŜǎǝƴŀƭ 

aƛŎǊƻōƛƻǘŀ ŀƴŘ /ƻƴŎƻƳƛǘŀƴǘƭȅ LƴŎǊŜŀǎŜǎ ǘƘŜ !ōǳƴŘŀƴŎŜ ƻŦ [ŀŎǘƻōŀŎƛƭƭƛΣέ t[h{ hb9Σ ǾƻƭΦ млΣ ƴƻΦ рΣ ǇΦ 

ŜлмнрпфрΣ aŀȅ нлмрΣ ŘƻƛΥ млΦмотмκƧƻǳǊƴŀƭΦǇƻƴŜΦлмнрпфрΦ 

ώммлϐ ά9ȄŎƭǳǎƛǾŜ ŘŜǇŜƴŘŜƴŎŜ ƻŦ L[πмлwh ǎƛƎƴŀƭƭƛƴƎ ƻƴ ƛƴǘŜǎǝƴŀƭ ƳƛŎǊƻōƛƻǘŀ ƘƻƳŜƻǎǘŀǎƛǎ ŀƴŘ ŎƻƴǘǊƻƭ ƻŦ 

ǿƘƛǇǿƻǊƳ ƛƴŦŜŎǝƻƴΦέ ƘǧǇǎΥκκƧƻǳǊƴŀƭǎΦǇƭƻǎΦƻǊƎκǇƭƻǎǇŀǘƘƻƎŜƴǎκŀǊǝŎƭŜΚƛŘҐмлΦмотмκƧƻǳǊƴŀƭΦǇǇŀǘΦмллтнср 

όŀŎŎŜǎǎŜŘ WŀƴΦ мпΣ нлннύΦ 
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ώмммϐ wΦ ²Φ [ƛ Ŝǘ ŀƭΦΣ ά!ƭǘŜǊŀǝƻƴǎ ƛƴ ǘƘŜ ǇƻǊŎƛƴŜ Ŏƻƭƻƴ ƳƛŎǊƻōƛƻǘŀ ƛƴŘǳŎŜŘ ōȅ ǘƘŜ ƎŀǎǘǊƻƛƴǘŜǎǝƴŀƭ 

ƴŜƳŀǘƻŘŜ ¢ǊƛŎƘǳǊƛǎ ǎǳƛǎΣέ LƴŦŜŎǘΦ LƳƳǳƴΦΣ ǾƻƭΦ улΣ ƴƻΦ сΣ ǇǇΦ нмрлςнмртΣ WǳƴΦ нлмнΣ ŘƻƛΥ 

млΦммнуκL!LΦллмпмπмнΦ 

ώммнϐ YΦ {Φ IŀȅŜǎΣ !Φ WΦ .ŀƴŎǊƻƊΣ aΦ DƻƭŘǊƛŎƪΣ /Φ tƻǊǘǎƳƻǳǘƘΣ LΦ {Φ wƻōŜǊǘǎΣ ŀƴŘ wΦ YΦ DǊŜƴŎƛǎΣ 

ά9ȄǇƭƻƛǘŀǝƻƴ ƻŦ ǘƘŜ LƴǘŜǎǝƴŀƭ aƛŎǊƻƅƻǊŀ ōȅ ǘƘŜ tŀǊŀǎƛǝŎ bŜƳŀǘƻŘŜ ¢ǊƛŎƘǳǊƛǎ ƳǳǊƛǎΣέ {ŎƛŜƴŎŜΣ ǾƻƭΦ онуΣ 

ƴƻΦ рфупΣ ǇǇΦ мофмςмофпΣ WǳƴΦ нлмлΣ ŘƻƛΥ млΦммнсκǎŎƛŜƴŎŜΦммуттлоΦ 

ώммоϐ aΦ !Φ 5Ŝŀπ!ȅǳŜƭŀΣ {Φ wŀƳŀπLƷƛƎǳŜȊΣ ŀƴŘ CΦ .ƻƭłǎπCŜǊƴŀƴŘŜȊΣ ά9ƴƘŀƴŎŜŘ ǎǳǎŎŜǇǝōƛƭƛǘȅ ǘƻ ¢ǊƛŎƘǳǊƛǎ 

ƳǳǊƛǎ ƛƴŦŜŎǝƻƴ ƻŦ .мл.Ǌ ƳƛŎŜ ǘǊŜŀǘŜŘ ǿƛǘƘ ǘƘŜ ǇǊƻōƛƻǝŎ [ŀŎǘƻōŀŎƛƭƭǳǎ ŎŀǎŜƛΣέ LƴǘΦ LƳƳǳƴƻǇƘŀǊƳŀŎƻƭΦΣ 

ǾƻƭΦ уΣ ƴƻΦ мΣ ǇǇΦ нуςорΣ WŀƴΦ нллуΣ ŘƻƛΥ млΦмлмсκƧΦƛƴǝƳǇΦнллтΦмлΦллоΦ 

ώммпϐ ¸Φ 9Φ .ŜȅƘŀƴ ŀƴŘ aΦ wΦ ¸ƤƭŘƤȊΣ άaƛŎǊƻōƛƻǘŀ ŀƴŘ ǇŀǊŀǎƛǘŜ ǊŜƭŀǝƻƴǎƘƛǇΣέ 5ƛŀƎƴΦ aƛŎǊƻōƛƻƭΦ LƴŦŜŎǘΦ 

5ƛǎΦΣ ǾƻƭΦ млсΣ ƴƻΦ пΣ ǇΦ ммрфрпΣ !ǇǊΦ нлноΣ ŘƻƛΥ млΦмлмсκƧΦŘƛŀƎƳƛŎǊƻōƛƻΦнлноΦммрфрпΦ 

ώммрϐ YΦπ{Φ tŀǊƪ Ŝǘ ŀƭΦΣ ά{t59C ǊŜƎǳƭŀǘŜǎ ƎƻōƭŜǘ ŎŜƭƭ ƘȅǇŜǊǇƭŀǎƛŀ ƛƴ ǘƘŜ ŀƛǊǿŀȅ ŜǇƛǘƘŜƭƛǳƳΣέ WΦ /ƭƛƴΦ 

LƴǾŜǎǘΦΣ ǾƻƭΦ ммтΣ ƴƻΦ пΣ ǇǇΦ фтуςфууΣ !ǇǊΦ нллтΣ ŘƻƛΥ млΦммтнκW/LнфмтсΦ 

ώммсϐ tΦ wŀƧŀǾŜƭǳΣ DΦ /ƘŜƴΣ ¸Φ ·ǳΣ WΦ !Φ YƛǘȊƳƛƭƭŜǊΣ ¢Φ wΦ YƻǊŪŀƎŜƴΣ ŀƴŘ WΦ !Φ ²ƘƛǘǎŜǧΣ ά!ƛǊǿŀȅ ŜǇƛǘƘŜƭƛŀƭ 

{t59C ƛƴǘŜƎǊŀǘŜǎ ƎƻōƭŜǘ ŎŜƭƭ ŘƛũŜǊŜƴǝŀǝƻƴ ŀƴŘ ǇǳƭƳƻƴŀǊȅ ¢Ƙн ƛƴƅŀƳƳŀǝƻƴΣέ WΦ /ƭƛƴΦ LƴǾŜǎǘΦΣ ǾƻƭΦ мнрΣ 

ƴƻΦ рΣ ǇǇΦ нлнмςнломΣ aŀȅ нлмрΣ ŘƻƛΥ млΦммтнκW/LтфпннΦ 

ώммтϐ ¢Φ !ƛǾŜƭƻ ŀƴŘ !Φ bƻǊōŜǊƎΣ άtŀǊŀǎƛǘŜπƳƛŎǊƻōƛƻǘŀ ƛƴǘŜǊŀŎǝƻƴǎ ǇƻǘŜƴǝŀƭƭȅ ŀũŜŎǘ ƛƴǘŜǎǝƴŀƭ 

ŎƻƳƳǳƴƛǝŜǎ ƛƴ ǿƛƭŘ ƳŀƳƳŀƭǎΣέ WΦ !ƴƛƳΦ 9ŎƻƭΦΣ ǾƻƭΦ утΣ ƴƻΦ нΣ ǇǇΦ поуςпптΣ aŀǊΦ нлмуΣ ŘƻƛΥ 

млΦммммκмосрπнсрсΦмнтлуΦ 

ώммуϐ !Φ 5ƘŀǊƛǿŀƭΣ WΦ /ƘƻƴƎΣ {Φ IŀōƛōΣ LΦ [Φ YƛƴƎΣ [Φ .Φ !ƎŜƭƭƻƴΣ ŀƴŘ WΦ ·ƛŀΣ άaƛŎǊƻōƛƻƳŜ!ƴŀƭȅǎǘΥ ŀ ǿŜōπ

ōŀǎŜŘ ǘƻƻƭ ŦƻǊ ŎƻƳǇǊŜƘŜƴǎƛǾŜ ǎǘŀǝǎǝŎŀƭΣ Ǿƛǎǳŀƭ ŀƴŘ ƳŜǘŀπŀƴŀƭȅǎƛǎ ƻŦ ƳƛŎǊƻōƛƻƳŜ ŘŀǘŀΣέ bǳŎƭŜƛŎ !ŎƛŘǎ 

wŜǎΦΣ ǾƻƭΦ прΣ ƴƻΦ ²мΣ ǇǇΦ ²мулς²мууΣ WǳƭΦ нлмтΣ ŘƻƛΥ млΦмлфоκƴŀǊκƎƪȄнфрΦ 

ώммфϐ IΦ ¸Φ WƛŀƴƎ Ŝǘ ŀƭΦΣ ά!ŎǝǾŀǝƻƴ ƻŦ ǘƘŜ ǇŀǧŜǊƴ ǊŜŎƻƎƴƛǝƻƴ ǊŜŎŜǇǘƻǊ bh5м ŀǳƎƳŜƴǘǎ Ŏƻƭƻƴ ŎŀƴŎŜǊ 

ƳŜǘŀǎǘŀǎƛǎΣέ tǊƻǘŜƛƴ /ŜƭƭΣ ǾƻƭΦ ммΣ ƴƻΦ оΣ ǇǇΦ мутςнлмΣ aŀǊΦ нлнлΣ ŘƻƛΥ млΦмллтκǎмоноуπлмфπллсутπрΦ 

ώмнлϐ WΦ Dŀƻ Ŝǘ ŀƭΦΣ άDǳǘ ƳƛŎǊƻōƛŀƭ 5[πŜƴŘƻǇŜǇǝŘŀǎŜ ŀƭƭŜǾƛŀǘŜǎ /ǊƻƘƴΩǎ ŘƛǎŜŀǎŜ Ǿƛŀ ǘƘŜ bh5н ǇŀǘƘǿŀȅΣέ 

/Ŝƭƭ Iƻǎǘ aƛŎǊƻōŜΣ ǾƻƭΦ олΣ ƴƻΦ млΣ ǇǇΦ мпорπмппфΦŜфΣ hŎǘΦ нлннΣ ŘƻƛΥ млΦмлмсκƧΦŎƘƻƳΦнлннΦлуΦллнΦ 

ώмнмϐ aΦ 9Φ !ōŘŜƭƳŀƎŜŜŘΣ aΦ {Φ 9ƭπ!ǿŀŘȅΣ aΦ !ōŘŜƭǊŀƘƛƳΣ ŀƴŘ DΦ aΦ {ǳŘŘŜƪΣ ά[t{πw{ ŀǧŜƴǳŀǝƻƴ ƻŦ 

ƭƛǇƻǇƻƭȅǎŀŎŎƘŀǊƛŘŜπƛƴŘǳŎŜŘ ŀŎǳǘŜ ƭǳƴƎ ƛƴƧǳǊȅ ƛƴǾƻƭǾŜǎ bCπˁ. ƛƴƘƛōƛǝƻƴΣέ /ŀƴΦ WΦ tƘȅǎƛƻƭΦ tƘŀǊƳŀŎƻƭΦΣ ǾƻƭΦ 

фпΣ ƴƻΦ нΣ ǇǇΦ мплςмпсΣ CŜōΦ нлмсΣ ŘƻƛΥ млΦммофκŎƧǇǇπнлмрπлнмфΦ 

ώмннϐ YΦ {Φ IŀȅŜǎ ŀƴŘ wΦ YΦ DǊŜƴŎƛǎΣ ά¢ǊƛŎƘǳǊƛǎ ƳǳǊƛǎ ŀƴŘ ŎƻƳƻǊōƛŘƛǝŜǎ π ǿƛǘƘƛƴ ŀ ƳƻǳǎŜ ƳƻŘŜƭ 

ŎƻƴǘŜȄǘΣέ tŀǊŀǎƛǘƻƭƻƎȅΣ ǾƻƭΦ мпуΣ ƴƻΦ мпΣ ǇǇΦ мςфΣ WǳƴΦ нлнмΣ ŘƻƛΥ млΦмлмтκ{лломмунлнмлллууоΦ 

ώмноϐ aΦ CǳƪŀǘŀΣ !Φ {Φ ±ŀƳŀŘŜǾŀƴΣ ŀƴŘ aΦ ¢Φ !ōǊŜǳΣ ά¢ƻƭƭπƭƛƪŜ ǊŜŎŜǇǘƻǊǎ ό¢[wǎύ ŀƴŘ bƻŘπƭƛƪŜ ǊŜŎŜǇǘƻǊǎ 

όb[wǎύ ƛƴ ƛƴƅŀƳƳŀǘƻǊȅ ŘƛǎƻǊŘŜǊǎΣέ {ŜƳƛƴΦ LƳƳǳƴƻƭΦΣ ǾƻƭΦ нмΣ ƴƻΦ пΣ ǇǇΦ нпнςнроΣ !ǳƎΦ нллфΣ ŘƻƛΥ 

млΦмлмсκƧΦǎƳƛƳΦнллфΦлсΦллрΦ 

ώмнпϐ ¢Φ .ŜƭƭŀōȅΣ YΦ wƻōƛƴǎƻƴΣ ŀƴŘ 5Φ ²ŀƪŜƭƛƴΣ άLƴŘǳŎǝƻƴ ƻŦ ŘƛũŜǊŜƴǝŀƭ ¢πƘŜƭǇŜǊπŎŜƭƭ ǊŜǎǇƻƴǎŜǎ ƛƴ ƳƛŎŜ 

ƛƴŦŜŎǘŜŘ ǿƛǘƘ ǾŀǊƛŀƴǘǎ ƻŦ ǘƘŜ ǇŀǊŀǎƛǝŎ ƴŜƳŀǘƻŘŜ ¢ǊƛŎƘǳǊƛǎ ƳǳǊƛǎΦΣέ LƴŦŜŎǘΦ LƳƳǳƴΦΣ ǾƻƭΦ спΣ ƴƻΦ оΣ ǇǇΦ тфмς

тфрΣ aŀǊΦ мффсΦ 
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ώмнрϐ !Φ WΦ .ŀƴŎǊƻƊΣ YΦ WΦ 9ƭǎŜΣ ŀƴŘ wΦ YΦ DǊŜƴŎƛǎΣ ά[ƻǿπƭŜǾŜƭ ƛƴŦŜŎǝƻƴ ǿƛǘƘ ¢ǊƛŎƘǳǊƛǎ ƳǳǊƛǎ ǎƛƎƴƛŬŎŀƴǘƭȅ 

ŀũŜŎǘǎ ǘƘŜ ǇƻƭŀǊƛȊŀǝƻƴ ƻŦ ǘƘŜ /5п ǊŜǎǇƻƴǎŜΣέ 9ǳǊΦ WΦ LƳƳǳƴƻƭΦΣ ǾƻƭΦ нпΣ ƴƻΦ мнΣ ǇǇΦ оммоςоммуΣ 5ŜŎΦ мффпΣ 

ŘƻƛΥ млΦмллнκŜƧƛΦмуолнпмнолΦ 

ώмнсϐ IΦ ¸ǳΣ vΦ [ƛΣ ±ƛŎǘƻǊΦ tΦ YƻƭƻǎƻǾΣ WǳƭƛȅΦ aΦ tŜǊŜƭƳŀƴΣ ŀƴŘ ·Φ ½ƘƻǳΣ άLƴǘŜǊƭŜǳƪƛƴπмо LƴŘǳŎŜǎ aǳŎƛƴ 

р!/ tǊƻŘǳŎǝƻƴ LƴǾƻƭǾƛƴƎ {¢!¢сκ{t59C ƛƴ IǳƳŀƴ !ƛǊǿŀȅ 9ǇƛǘƘŜƭƛŀƭ /ŜƭƭǎΣέ /Ŝƭƭ /ƻƳƳǳƴΦ !ŘƘŜǎΦΣ ǾƻƭΦ мтΣ 

ƴƻΦ пςсΣ ǇǇΦ уоςфнΣ !ǳƎΦ нлмлΣ ŘƻƛΥ млΦомлфκмрпмфлсмΦнлмлΦррмсунΦ 

ώмнтϐ ¢Φ ±ŀƭŜƴǘŀΣ DΦ IŀǳǎƳŀƴƴΣ ŀƴŘ YΦ .ŀǎƭŜǊΣ ά¢ƘŜ Ƴŀƴȅ ŦŀŎŜǎ ŀƴŘ ŦǳƴŎǝƻƴǎ ƻŦ π̡ŎŀǘŜƴƛƴΣέ 9a.h WΦΣ 

ǾƻƭΦ омΣ ƴƻΦ мнΣ ǇǇΦ нтмпςнтосΣ WǳƴΦ нлмнΣ ŘƻƛΥ млΦмлоуκŜƳōƻƧΦнлмнΦмрлΦ 

ώмнуϐ aΦ !Φ 9Φ [ŀǿǎƻƴΣ LΦ {Φ wƻōŜǊǘǎΣ ŀƴŘ wΦ YΦ DǊŜƴŎƛǎΣ ά¢ƘŜ ƛƴǘŜǊǇƭŀȅ ōŜǘǿŜŜƴ ¢ǊƛŎƘǳǊƛǎ ŀƴŘ ǘƘŜ 

ƳƛŎǊƻōƛƻǘŀΣέ tŀǊŀǎƛǘƻƭƻƎȅΣ ǾƻƭΦ мпуΣ ƴƻΦ мпΣ ǇǇΦ мулсςмумоΣ 5ŜŎΦ нлнмΣ ŘƻƛΥ 

млΦмлмтκ{лломмунлнмлллуопΦ 

ώмнфϐ 5Φ wŀƳŀƴŀƴ Ŝǘ ŀƭΦΣ άIŜƭƳƛƴǘƘ ƛƴŦŜŎǝƻƴ ǇǊƻƳƻǘŜǎ ŎƻƭƻƴƛȊŀǝƻƴ ǊŜǎƛǎǘŀƴŎŜ Ǿƛŀ ǘȅǇŜ н ƛƳƳǳƴƛǘȅΣέ 

{ŎƛŜƴŎŜΣ ǾƻƭΦ орнΣ ƴƻΦ снурΣ ǇǇΦ слуςсмнΣ !ǇǊΦ нлмсΣ ŘƻƛΥ млΦммнсκǎŎƛŜƴŎŜΦŀŀŦоннфΦ 

ώмолϐ DΦ aΦ IΦ .ƛǊŎƘŜƴƻǳƎƘΣ 9Φ 9Φ [Φ bȅǎǘǊǀƳΣ aΦ 9Φ ±Φ WƻƘŀƴǎǎƻƴΣ ŀƴŘ DΦ /Φ IŀƴǎǎƻƴΣ ά! ǎŜƴǝƴŜƭ ƎƻōƭŜǘ 

ŎŜƭƭ ƎǳŀǊŘǎ ǘƘŜ ŎƻƭƻƴƛŎ ŎǊȅǇǘ ōȅ ǘǊƛƎƎŜǊƛƴƎ bƭǊǇсπŘŜǇŜƴŘŜƴǘ aǳŎн ǎŜŎǊŜǝƻƴΣέ {ŎƛŜƴŎŜΣ ǾƻƭΦ орнΣ ƴƻΦ снфоΣ 

ǇǇΦ мрорςмрпнΣ WǳƴΦ нлмсΣ ŘƻƛΥ млΦммнсκǎŎƛŜƴŎŜΦŀŀŦтпмфΦ 

ώмомϐ /Φ tΦ {ƻŘƘƛ Ŝǘ ŀƭΦΣ άLƴǘŜǎǝƴŀƭ ŜǇƛǘƘŜƭƛŀƭ ¢ƻƭƭπƭƛƪŜ ǊŜŎŜǇǘƻǊ п ǊŜƎǳƭŀǘŜǎ ƎƻōƭŜǘ ŎŜƭƭ ŘŜǾŜƭƻǇƳŜƴǘ ŀƴŘ 

ƛǎ ǊŜǉǳƛǊŜŘ ŦƻǊ ƴŜŎǊƻǝȊƛƴƎ ŜƴǘŜǊƻŎƻƭƛǝǎ ƛƴ ƳƛŎŜΣέ DŀǎǘǊƻŜƴǘŜǊƻƭƻƎȅΣ ǾƻƭΦ мпоΣ ƴƻΦ оΣ ǇǇΦ тлуπтмуΦŜрΣ {ŜǇΦ 

нлмнΣ ŘƻƛΥ млΦмлроκƧΦƎŀǎǘǊƻΦнлмнΦлрΦлроΦ 

ώмонϐ wΦ YΦ {ƘŜŀǊǎ ŀƴŘ wΦ YΦ DǊŜƴŎƛǎΣ ά²ƘƛǇǿƻǊƳ ǎŜŎǊŜǝƻƴǎ ŀƴŘ ǘƘŜƛǊ ǊƻƭŜǎ ƛƴ ƘƻǎǘπǇŀǊŀǎƛǘŜ 

ƛƴǘŜǊŀŎǝƻƴǎΣέ tŀǊŀǎƛǘΦ ±ŜŎǘƻǊǎΣ ǾƻƭΦ мрΣ ƴƻΦ мΣ ǇΦ опуΣ {ŜǇΦ нлннΣ ŘƻƛΥ млΦммусκǎмолтмπлннπлрпуоπрΦ 

ώмооϐ .Φ WΦ CƻǘƘ Ŝǘ ŀƭΦΣ ά²ƘƛǇǿƻǊƳ ƎŜƴƻƳŜ ŀƴŘ ŘǳŀƭπǎǇŜŎƛŜǎ ǘǊŀƴǎŎǊƛǇǘƻƳŜ ŀƴŀƭȅǎŜǎ ǇǊƻǾƛŘŜ ƳƻƭŜŎǳƭŀǊ 

ƛƴǎƛƎƘǘǎ ƛƴǘƻ ŀƴ ƛƴǝƳŀǘŜ ƘƻǎǘπǇŀǊŀǎƛǘŜ ƛƴǘŜǊŀŎǝƻƴΣέ bŀǘΦ DŜƴŜǘΦΣ ǾƻƭΦ псΣ ƴƻΦ тΣ ǇǇΦ сфоςтллΣ WǳƭΦ нлмпΣ 

ŘƻƛΥ млΦмлоуκƴƎΦолмлΦ 

ώмопϐ !Φ aΦ DƘŀƭŜōΣ .Φ .Φ aŎ/ƻƴƴŜƭƭΣ YΦ IΦ YŀŜǎǘƴŜǊΣ ŀƴŘ ±Φ ²Φ ¸ŀƴƎΣ ά!ƭǘŜǊŜŘ LƴǘŜǎǝƴŀƭ 9ǇƛǘƘŜƭƛŀƭ 

IƻƳŜƻǎǘŀǎƛǎ ƛƴ aƛŎŜ ǿƛǘƘ LƴǘŜǎǝƴŜπ{ǇŜŎƛŬŎ 5ŜƭŜǝƻƴ ƻŦ ǘƘŜ YǊǸǇǇŜƭπ[ƛƪŜ CŀŎǘƻǊ п DŜƴŜΣέ 5ŜǾΦ .ƛƻƭΦΣ ǾƻƭΦ 

опфΣ ƴƻΦ нΣ ǇǇΦ омлςонлΣ WŀƴΦ нлммΣ ŘƻƛΥ млΦмлмсκƧΦȅŘōƛƻΦнлмлΦммΦллмΦ 

ώморϐ bΦ CΦ {ƘǊƻȅŜǊΣ 5Φ ²ŀƭƭƛǎΣ YΦ WΦ ¢Φ ±ŜƴƪŜƴΣ IΦ WΦ .ŜƭƭŜƴΣ ŀƴŘ IΦ ¸Φ ½ƻƎƘōƛΣ άDŬм ŦǳƴŎǝƻƴǎ ŘƻǿƴǎǘǊŜŀƳ 
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