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Abstract

Klebsiella pneumoniae is an opportunistic pathogen and a normal component of
the host flora. The aim of this project was to investigate mechanisms that determine
mucosal tissue colonization and infection by K. pneumoniae. In this study, a clinical
respiratory isolate of Klebsiella pneumoniae, strain 1A565, was found to be both non-
pathogenic in a murine model of bacterial pneumonia and unable to colonize the lungs
even during extreme immunosuppressive conditions. Strain 1A565 was inoculated
intranasally and intragastrically into immunocompetent and immunocompromised mice,
germ-free mice, and mice with intestinal inflammation. When strain IA565 was both
intranasally instilled and orally gavaged into wild type mice, this strain stably colonizes
and persists in the nares and Gl tract. Interestingly, intranasal inoculation of wild type
(WT), germfree (GF), and severely immunocompromised mice with strain IA565
displayed similar CFU levels in the nasal cavity. Conversely, strain IA565
gastrointestinal (GI) tract CFU levels in GF mice are significantly higher than in WT
mice suggesting that, in the presence of the normal gut microbiota, IA565 growth is
controlled and maintained at low levels. In addition, mice with Citrobacter rodentium-
induced gut inflammation displayed no change in IA565 GI colonization, compared to
WT mice, and no change in the disease outcome. However, DSS-treated mice displayed
significantly higher levels of IA565 gut CFU compared to WT levels demonstrating that

host mediated inflammation can alter microbial colonization. Collectively, these data

Xiii



indicate that strain 1A565 nasal cavity colonization can be achieved in
immunocompetent, immunocompromised, and GF mice. Thus, nasal cavity colonization
is independent of host factors and the indigenous microbiota. This is in contrast to IA565
GI colonization where host factors mediating certain types of inflammation can alter CFU
levels and absence of the gut microbiota leads to increased 1A565 growth. This study is
the first to identify and describe mechanisms influencing the growth and behavior of a

murine commensal organism.
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Chapter |

An Introduction to Klebsiella pneumoniae

Clinical Significance

Klebsiella pneumoniae is part of the family Enterobacteriaceae and is named
after the 19" century German microbiologist, Edwin Klebs to honor his work in
identifying the etiological cause of diptheria. K. pneumoniae is a rod-shaped, gram-
negative bacterium most commonly encountered by physicians worldwide as a
community-acquired and a hospital-acquired pathogen. Unique biochemical
characteristics that enable identification of this bacterium in clinical and environmental
samples are production of urease and citrate, lack of ornithine decarboxylase and
motility, inability to produce indole, and ability to ferment glucose and lactose.

Community-acquired Klebsiella pneumonia is also called Friedl&ander’s
pneumonia named after Carl Friedlander who identified K. pneumoniae as the cause of
fatal cases of pneumonia in 1882. Although K. pneumoniae is historically known as an
important cause of community-acquired pneumonia, the incidence of these cases has
significantly declined in the United States [1]. However, nosocomial K. pneumoniae
pneumonia is still problematic with substantial morbidity and mortality.

In the United States, urinary tract infections (UTIs) comprise about 30% of
nosocomial infections, followed by pneumonia at 27%, and bloodstream infections at

19%. K. pneumoniae is responsible for about 4-8% of these cases continually ranking in



the top 5 causative agents for each type of infection [2]. For nosocomial pneumonia,
patients who are in the neonatal intensive care units, 65 years of age or older, and have
severe underlying disease, immunosuppression, and/or cardiopulmonary disease are
mostly at risk for K. pneumoniae infections [3, 4].

Pulmonary K. pneumoniae disease is often complicated by multilobular
involvement, formation of lung abscesses, and dissemination of bacteria from within the
pulmonary airspace into the bloodstream [5, 6]; all of which are accompanied by the
characteristic rapidly progressive clinical course. The lungs of these patients display high
levels of necrosis, inflammation, and hemorrhage with the production of thick, bloody,
mucoid sputum described as currant jelly sputum. Factors associated with pulmonary
colonization and establishment of pneumonia are depicted in Figure I.1. These include
mechanically assisted intubation, oral, tracheal and gastric colonization, and antibiotic
therapy all leading to the development of respiratory disease.

K. pneumoniae respiratory infections have been complicated by the extensive use
of broad-spectrum antibiotics in hospitals selecting for drug resistant strains that produce
extended-spectrum B-lactamase (ESBL). Thus, the emergence of ESBL producing K.
pneumoniae strains limits therapeutic options contributing to the overall high mortality

rates in these patients [6-9].
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Host Responses during Klebsiella pneumoniae Respiratory Infection

The respiratory tract serves as one of the three interfaces between the host and the
environment. Therefore, the lung is equipped with complex and effective defense
mechanisms for the rapid clearance of microbes from the respiratory tract. The surface of
the lung is protected by non-specific factors such as the barrier of the airway epithelium,
the cough reflex, ciliary beat and mucus clearance. In addition to these mechanical
factors, highly complex cellular and non-cellular components of pulmonary innate

immunity play a role in microbial clearance as well.

Toll-like receptors (TLRS)

Toll-like receptors (TLRs), collectins (surfactant A and D and mannose-binding
lectin), defensins, and complement are part of the non-cellular portion of the innate
immune system. TLRs are pattern-recognition receptors that are highly specific for
conserved sequences on microbes known as pathogen-associated molecular patterns.
TLRs are responsible for the initiation of host responses via the recognition of invading
microbes. Signaling through TLRs results in immune activation via the release of
cytokines, chemokines and antimicrobial substances such as collectins and defensins
[10].

TLR4 is responsible for recognizing lipopolysaccharide (LPS) and initiating early
innate immune responses to this bacterial antigen. Schurr et al. found that as early as 4
hours post K. pneumoniae pulmonary challenge, mice increased lung expression of
TLRA4-dependent genes such as cytokines required for neutrophil activation and

recruitment, the TLR adaptor protein, MyD88, growth factor receptors, and adhesion



molecules [11]. Their data suggested that rapidly induced expression of TLR4-related

genes in response to bacterial challenge is important for clearance and host survival.

Collectins

Collectins, members of the C-type lectin superfamily, are collagen-binding lectins
responsible for recognizing and binding to sugar moieties on microbial surfaces to
increase adhesion and phagocytosis by alveolar macrophages [12]. Surfactant protein A
(SP-A) and D (SP-D) and mannose-binding receptors (MR) are collectins found in the
respiratory tract and are believed to contribute to pulmonary innate immunity to K.
pneumoniae [13].

SP-A and MR have been shown to recognize K. pneumoniae capsular
polysaccharide [14]. In addition, SP-A increases phagocytosis of K. pneumoniae during
respiratory infection by serving as a opsonin and by activating macrophages and thus
increasing the activity of MR [15]. Similarly, SP-D, which is responsible for recognizing
K. pneumoniae LPS [16], also promotes opsonization and phagocytosis of this organism
during pulmonary infection [17, 18]. Thus clearance of this organism from the lung is

dependent upon these collectins.

Alveolar Macrophages, Neutrophils and Lymphocytes

Animal models have proven useful in identifying the specific host: pathogen
interactions and crucial elements of lung innate defense during K. pneumoniae pulmonary
infection. Utilizing a murine model of K. pneumoniae pneumonia, many different cell

types and cytokines have been shown to play an important role in mediating lung



antibacterial host responses during K. pneumoniae infection. Increased lung bacterial
clearance and improved survival have all been attributed to the influx of
polymorphonuclear cells (PMNs) into the lungs as well as to the action of resident
alveolar macrophages during K. pneumoniae infection.

Resident alveolar macrophages (AM¢s) are capable of eradicating invading
organisms during low levels of microbial challenge. When AM¢ depleted mice are given
sublethal doses of K. pneumoniae, 100% mortality is observed as well as increased
bacterial burden in the lungs [19]. In addition, macrophage inflammatory protein-1 alpha
(MIP-1a) is important for AM¢ activation since MIP-1a deficient AM¢s had a lower
phagocytic index for K. pneumoniae compared to wild-type AM¢s [20]. However when
AM¢s are overwhelmed, such as during high microbial challenge or during exposure to a
virulent organism, various cytokines and chemokines are produced to recruit and activate
circulating neutrophils and monocytes to aid in microbial clearance.

Through studies done with the chemotactic cytokines, macrophage inflammatory
protein-2 (MIP-2) and keratinocyte chemoattractant (KC), PMNs have been shown to be
indispensable during K. pneumoniae pulmonary infection [21, 22]. Transgenic
expression of KC decreases mortality and bacterial burden while increasing lung
neutrophilic influx. In vivo depletion of MIP-2 results in a significant decrease in
neutrophil numbers and bacterial clearance. Furthermore, yo-T cells contribute to the
survival of K. pneumoniae infected mice as well as the control of bacterial dissemination

from the lung into the blood [23].



Cytokines

In addition to the cytokines mentioned above, absence of interferon gamma
(IFNYy), tumor necrosis factor alpha (TNFa), interferon-inducible protein 10 (IP-10), and
interleukin(IL) -17, during pulmonary K. pneumoniae infection results in increased
mortality and bacterial burden in the lungs [24-27]. This illustrates the important role
proinflammatory cytokines play in mediating lung antibacterial host responses during K.
pneumoniae infection. In vivo neutralization of TNFa. also reduced levels of lung PMNs
suggesting a role for TNFa in neutrophil recruitment [24]. 1L-10 is known to suppress
the production of proinflammatory cytokines and inhibit microbicidal activities of
macrophages and neutrophils. Neutralizing IL-10 in K. pneumoniae infected mice
deceased mortality and lung bacterial burden aiding the host in pulmonary clearance and
long term survival suggesting the dampening effects of 1L-10 had on innate immunity
[28]. TNFa, MIP-2 and MIP-1a levels in the lungs of IL-10 depleted mice were above
wild-type levels confirming the beneficial effects these cytokines elicit during K.
pneumoniae infection. However, no increase in neutrophil recruitment was observed in
those mice [28]. Interestingly, IFNy KO infected mice displayed higher amounts of lung
IL-10 further suggesting that IL-10 downregulates the immune response exacerbating the
disease in these mice [25].

Thus cytokines are not only important for amplifying the host defense against
invading microbes, a balance of type 1 and type 2 cytokines have been shown to
modulate the intensity of innate immunity and to polarize and transition from innate

immunity to adaptive immunity [29].



Virulence Factors
K. pneumoniae contains several well studied virulence factors that include
capsular polysaccharide, lipopolysaccharide, type 1 and type 3 fimbriae, and siderophores

depicted in Figure 1.2 (adapted from [30]).

Fimbriae (adhesins)

Siderophores
and Receptors

LPS and O-antigen

side chain Capsule (CPS)

Figure 1.2 Klebsiella pneumoniae Virulence Factors

Capsular Polysaccharide

Most clinical isolates of K. pneumoniae are encapsulated with a thick complex of
acidic polysaccharide structure comprised of repeating 4-6 sugar subunits. Capsular
polysaccharides (CPS) have been classified into 77 serological types, termed K-antigens.
The presence of the capsule is critical for the virulence of K. pneumoniae [14, 31-34].
Deletion of the Orf6 gene within the CPS operon resulted in an avirulent unencapsulated
K. pneumoniae mutant [35]. Similarly, wabG mutants lack cell-attached CPS and were

shown to be avirulent in animal models of both UTI and pneumonia [36]. Deletion of



rmpA2, a transacting activator of CPS synthesis, resulted in decreased CPS production
and reduced virulence in vivo [37].

The capsule inhibits phagocytosis by macrophages and neutrophils and binding of
serum anti-microbial factors such as complement to the bacterial membrane. In general,
the majority of clinical isolates are of the K1 or K2 serotype [38, 39]; however, this is not
an absolute correlation [40]. Capsule switch mutants have been constructed using strains
expressing K2 and K21a. It was found that the genetic background of virulent strains,
independent of the capsule serotype, confers significant in vivo murine pathogenicity [14,
31]. This suggested that pathogenesis of K. pneumoniae is multifactorial and that capsule
can only partially account for in vivo murine virulence. This is further supported by the
fact that other capsular serotypes are equally as prevalent and virulent [41, 42] in mice.

Moreover, the degree of virulence associated with a particular capsular serotype
may be related to the mannose content of the CPS. Macrophages possess lectin receptors
for mannose-a-2/3 mannose. CPS containing repetitive sequences of this sugar structure
is recognized by the macrophage receptors, resulting in increased phagocytosis and
subsequent killing [43]. Interestingly, K2 CPS lacks this sugar repeat resulting in
decreased lectin receptor-mediated phagocytosis and contributing to increased virulence
of K2 serotypes [14].

In addition, encapsulated strain of K. pneumoniae have been shown to suppress
the pulmonary inflammatory response by decreasing the production of pro-inflammatory
cytokines TNFa., IFNy and IL-6 while increasing the production of the anti-inflammatory

cytokine, IL-10 [34, 44].



Lipopolysaccharide

Lipopolysaccharide (LPS) is known to play a role in bacterial pathogenesis and is
the causative agent of gram-negative septic shock [45]. LPS consists of 3 subunits: a
hydrophobic lipid A domain (endotoxin), a non-repeating core of oligosaccharide, and an
outer, structurally diverse polysaccharide (O-antigen). There are currently 12 different
O-antigen serotypes of K. pneumoniae. A recent study using wbbO mutants lacking O-
antigen reported that these mutants are less virulent in a murine model of pneumonia that
was partially attributed to decreased bacteremia during the course of pulmonary infection
[46].

One of the primary host defense mechanisms during bacterial infection is
mediated by the complement system. Activation of either the classical or alternate
pathways results in activation of C3 and deposition of C3b opsonin on the bacteria. C3b
formation can lead to the generation of the terminal attack complex (C5-C9) and bacterial
killing. To counter this defense, pathogenic gram-negative bacteria express a thick CPS
that can mask LPS and block C3 activation [47, 48]. Alternatively, only the outer O-
antigen side chain of LPS may protrude through the capsule, resulting in C3 activation at
a greater distance from the bacterial cell membrane, diminishing the formation of the
complement attack complex [49]. Additionally, smooth LPS has been shown to activate
only the alternative pathway, resulting in less C3b deposition compared to the activation

of both pathways [50].
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Fimbriae

Klebsiella fimbriae are non-flagellar, filamentous projections on the bacterial cell
surface. These fimbriae are thought to play an important role during the early stages of
bacterial adhesion to host cells. Fimbriae expressed by Klebsiella have been divided into
two major categories based on whether their adhesive interaction can be inhibited by D-
mannose. Type 1 fimbriae are mannose sensitive and bind to mannose containing
trisaccharides on host epithelial cell glycoproteins. Interestingly, after mannose-
dependent binding to epithelial cells, invasive, K. pneumoniae bacteria can turn off
expression of type 1 fimbriae in order to avoid mannose-dependent binding by host
phagocytic macrophages [51]. Type 3 fimbriae are resistant to D-mannose inhibition and
have been shown to promote binding to endothelial cells, respiratory epithelium, and
kidney epithelial cells. The gene cluster required for expression of type 3 fimbriae in K.
pneumoniae has been cloned and shown to contain six genes termed MrkA-F [52]. The
importance of type 3 fimbriae during infection is not well understood. However, a
mutant of a K. pneumoniae virulent strain deficient in type 3 fimbriae production (gift
from Dr. Steven Clegg, U. lowa) was found to be no different in its pathogenicity

compared to the parental strain (unpublished observation).

Siderophores

Iron is an essential element for bacterial growth and is procured from the host
environment via the bacterial secretion of high affinity, low molecular weight iron
chelators called siderophores. Enteric siderophores belong to three major groups,

enterobactin, aerobactin, and yersiniabactin. A previous report indicated that

11



enterobactin production did not correlate with virulence [53] while transformation of an
avirulent, aerobactin negative K. pneumoniae strain with aerobactin cloned from a
virulent strain conferred virulence [54]. However, more recently, Lawlor et. al. showed
that K. pneumoniae yersiniabactin production is increased during pulmonary infection
while during in vitro iron-limiting growth conditions, enterobactin is produced at higher
levels when compared to yersiniabactin [55]. The discrepancies in these results can be
attributed to the complexity of these siderophores systems in vivo and also the lack of

definitive experiments addressing the importance of these iron acquisition systems.

Other Virulence Factors

In addition to the above mentioned four major classifications of virulence factors,
recent studies have identified other putative genes associated with K. pneumoniae
pathogenicity. Outer membrane protein A (OmpA) in K. pneumoniae binds to human
and mouse macrophages and dendritic cells via TLR2, resulting in cytokine secretion
[56]. OmpA also binds to bronchial epithelial cells, inducing chemokine production and
neutrophil recruitment [57]. In addition, several studies have identified novel, previously
uncharacterized genes present in virulent strains of K. pneumoniae using signature-tagged
mutagenesis [58-60], in vivo expression technology [61], and PCR-based subtractive

hybridization [62, 63].
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Sources of Klebsiella pneumoniae

Environmental Isolates

K. pneumoniae is ubiquitous in nature and can be isolated in large quantities from
a variety of water sources: freshwater, sewage, rivers, streams, lakes and seas [64-67].
Not surprisingly, because of its abundance in natural water reservoirs, K. pneumoniae can
also be found in the soil and in farm produce such as tomatoes, carrots, lettuce, radishes,
celery and onions [64]. In a 2001 study, over 100 environmental surface water isolates of
K. pneumoniae were found to be just as capable of expressing virulence factors as clinical
isolates [41]. These factors include capsular polysaccharide, fimbriae and siderophores,
which will be discussed later in this chapter. In addition, the virulence of K. pneumoniae
environmental isolates were evaluated in murine models of UTI and intestinal
colonization and found to be as virulent as strains of clinical origin [42]. These isolates
colonized the gastrointestinal tract, bladder and kidneys in similar bacterial numbers as

clinical isolates.

Commensals

K. pneumoniae is also a component of the normal microflora in several different
mammals and can be isolated from the upper respiratory and gastrointestinal tract of both
humans and mice [68-72]. Strains of K. pneumoniae causing nosocomial pneumonia
have been shown to originate from the gastrointestinal tract of humans. In the 1970s,
Seldon et al reported that about 50% of patients that were intestinal carriers of K.

pneumoniae became infected by the same serotype whereas less than 10% of patients
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who were not intestinal carriers succumbed to K. pneumoniae infection [73].
Furthermore, to determine the sequence of colonization from the stomach to lungs, the
trachea, oropharynx, stomach and rectum of patients admitted to an intensive care unit
were examined for K. pneumoniae colonization from 5 days post ICU admission to the
development of pneumonia. K. pneumoniae was found in the stomach samples prior to
tracheal colonization indicating the gastrointestinal tract as a possible source for
Klebsiella pneumonia [74].

The ubiquity of K. pneumoniae in nature, the infectious potential of
environmental isolates and the presence of natural reservoirs of these bacteria in the host

may explain the high frequency of opportunistic infections caused by this species.

The Mucosal Microbiota

In human adults, indigenous microorganisms colonize the skin and mucosal
surfaces of the oral cavity, upper respiratory tract, urogenital tract and much of the
gastrointestinal (GI) tract [75, 76] (Figure 1.3). In the respiratory tract, the human adult
microflora of the nasal passages, or nares, reflects the microbiota of the skin with the
predominating organisms being Staphylococcus, Corynebacterium, and
Propionibacterium [75, 77]. This is in contrast to the distal parts of the respiratory tract,
the trachea, bronchi, and alveoli, are sterile [78]. In the mucous membranes of the oral
cavity and pharynx, the genuses Streptococcus, Lactobacillus, and Haemophilus
predominate. In the gastrointestinal tract, due to the acidity and presence of proteolytic
enzymes, the stomach is generally free of indigenous microbes with the exception of

Helicobacter pylori. In addition, the upper two-thirds of the small intestine, the
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duodenum, jejunum and the proximal ileum, is thought to be free of microbes as well.
However, the distal ileum and the mucosal surface and lumen of the large intestine
contains about 99.9% of the human indigenous microbiota [76]. Gram-negative and
gram-positive, facultative micraerophilic and strictly anaerobic species have been
identified in these organs with the majority of them being anaerobic organisms.
Microbial populations within the host have considerable impact on host systems as well

as those of other bacterial populations.

Colonization Resistance and Probiotics

The mucosal microbiota has the capacity to either limit the growth of, or to
eliminate, certain transient microbial pathogens entering their environment via
mechanisms associated with colonization resistance. Competition for nutrients and
mucosal adhesion sites and secretion of toxic metabolic end products are some of the
mechanisms exhibited by the indigenous microbiota to suppress pathogen growth.
Interestingly, colonization resistance requires the entire microflora to function optimally.
Resistance to a particular microbial pathogen, such as E. coli, could not be demonstrated
in animals colonized with only one to several indigenous microbial species [79].

Potentially pathogenic microbes are present in healthy individuals as part of the
normal microflora and have the capacity to overgrow especially after hospitalization
and/or antibiotic treatment. Due to hospitalization alone, K. pneumoniae levels in both
fecal and oropharyngeal specimens were significantly higher after 15 days of
hospitalization and at the time of discharge compared to those levels in newly admitted

patients [80, 81]. Increases in levels of K. pneumoniae bacteria was also demonstrated in
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fecal and throat specimens of patients receiving antibiotics [82-84]. This increase in
potentially pathogenic microbes is clinically significant since, as stated above, pneumonia
causing microbes have been shown to originate in the Gl tract of hospitalized patients.
Furthermore, the alteration of the normal microbiota has also been linked to rheumatoid
arthritis [85], diarrhea [86], and allergy [87, 88]. Thus maintenance of the microbiota is
important in preventing disease.

The use of probiotic bacteria, live microorganisms belonging to the natural flora
with low or no pathogenicity, has been increasingly accepted as a means to control
overgrowth of potentially pathogenic organisms. Probiotics have been defined as a “live
microbial feed supplement which beneficially affects the host animal or human by
improving its intestinal microbial balance” [89]. The species currently being used as
probiotics include Lactobacillus acidophilus, L. casei, Streptococcus thermophilus,
Enterococcus faecalis, Bifidobacterium species, E. coli, Bacillus subtilis, Bacteroides
species, and Saccharomyces boulardii. These probiotic bacteria have been shown to
control growth of various enteric pathogens such as Salmonella typhimurium, Shigella,
Clostridium difficile, Campylobacter jejuni, E. coli, and H. pylori in mice [90-94]. Thus
probiotics are effective tools to prevent and treat microbial infections as well as to restore

and uphold a microflora that is beneficial to the host.

The Role of the Microbiota in the Mucosal Immune System
The components of the microflora interact with the immune system of the host in
a variety of ways. LPS, a major surface component of all gram-negative bacteria, is a

strong stimulator of the innate immune system interacting with pathogen recognition
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receptors, CD14 and TLR4, to induce production of both reactive oxygen intermediates
and secretion of inflammatory cytokines [95]. Peptidoglycan (PGN) surrounds the
cytoplasmic membrane of bacteria maintaining shape and is abundant in the cell wall of
gram-positive bacteria. PGN is recognized by CD14 and TLR2 and cytoplasmic proteins,
Nod1 and Nod2, ultimately activating macrophages and production of NF-«B and
proinflammatory mediators [96]. Immunostimulatory bacterial DNA containing CpG
motifs, activates dendritic cells and macrophages to produce cytokines and expression of
maturation markers through TLR9 [97]. The interaction of these components, as well as
others, with the host immune system is responsible for eliciting regulatory (inhibitory)
mechanisms, in addition to establishing mucosal tolerance to the abundant microbiota.
This has been hypothesized to involve the cytokine signaling network, but the exact
mechanisms are still unknown.

The use of germ-free (GF) and gnotobiotic animals, those with known defined
microflora, has been indispensable in determining the role of commensal bacteria in the
development of the mucosal immune system. GF mice that lack commensal enteric flora
have fewer numbers of intra-epithelial lymphocytes and immunoglobulin A (IgA)
producing cells, contain relatively small Peyer’s patches and lack germinal centers [98-
100]. Indigenous bacteria in the Gl tract have also been shown to not elicit as great a
host immune response as do various non-indigenous bacteria [76]. Secretory IgA (sIgA)
can eliminate S. typhimurium and Vibrio cholera from the Gl tract of mice [101, 102];
however, sIgA is unable to clear the indigenous anaerobic bacteria from the intestine

despite these microbes being coated with sIgA in the feces [103]. These studies suggest
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that the immune system is tolerant of the indigenous microflora through complex
mechanisms that have yet to be fully elucidated.

In addition, differences between GF and conventionally reared animals (CVAS)
are most significant in regions of the host where bacterial densities are normally the
highest. These differences include enlargement of the cecum, shorter and few crypt cells,
and lack of fecal fatty acids and metabolic breakdown of bilirubin, pancreatic enzymes,
cholesterol, and steroid hormones in the GF mice [104, 105]. The gut-associated lympoid
tissue in the Peyer’s patches and lamina propria of CVAs are prominent and stocked with
large numbers of monocytic cells whereas in GF animals, these areas are hypocellular
containing little monocytic cells [76]. Humoral and secretory responses in GF animals
also develop at slower rates compared to CVAs. This suggests that GF animals are
immunologically competent and that the immune system state of CVAs is a result of
continual indigenous microbial antigen challenge. All of these observations support the
notion that the microbiota is important to the development and maintenance of the host
mucosal immune system.

To study interactions of the intestinal microflora with the host, mice with defined
microflora are currently used to both simplify the microbial ecosystem and enhance
reproducibility in laboratory experiments that aim to determine specific roles of certain
microbes. The early work of Schaedler, Dubos and coworkers [106-108] has led to the
development of mice with a defined intestinal flora consisting of eight benign commensal
enteric bacteria, also known as altered Schaedler flora (ASF) mice [109] (Table I.1).

This flora is proposed to be functionally similar to the normal microbiota because of their

ability to restore the cecal morphology of GF mice to that of normal mice [107]. In one
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study, ASF mice that were colonized with either Helicobater bilis or Brachyspira
hyodysenteriae in murine models of colitis were found to vary in the severity of intestinal
inflammation, production of proinflammatory cytokines and antigen-specific antibody
responses [110]. Their results also demonstrated that colonization with a single bacterial
strain can induce immune responses to nonpathogenic resident bacteria ultimately leading
to chronic intestinal inflammation. Thus the manipulation of immunologically
competent, defined flora mice will be useful in determining the role of intestinal bacteria
in the development and maintenance of both the host mucosal immune system and

inflammatory diseases.

Objective of this Study

Initial observations indicated that 2 clinical isolates of K. pneumoniae differed
significantly in their ability to cause disease in a murine model of pneumonia, with strain
IA565 inducing no mortality even at high doses. Thus, the objective of this dissertation
was to investigate mechanisms that determine mucosal tissue colonization and infection

by Klebsiella pneumoniae.
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Chapter 11

Materials and Methods

Animals

C57BL/6J wild-type and RAG1” mice were purchased from The Jackson
Laboratory and housed in specific pathogen-free conditions within the animal care
facility at the University of Michigan until the day of sacrifice.

Germfree (GF) Swiss Webster mice were maintained in flexible plastic isolators
in the Germfree Mouse Resource Laboratory in the Life Science Institute at the
University of Michigan. GF Swiss Webster mice were co-housed with Defined Flora
CB17 mice acquired from Taconic in order to develop an altered Schaedler Flora (ASF)
gut microbiota. Mice were then transferred to SPF conditions until the day of sacrifice.

All experimental animal procedures were approved by the University Committee

on Use and Care of Animals at the University of Michigan.

Techniques used for Murine Inoculation

Mice were anesthetized with ketamine and xylazine. For intratracheal
inoculation, the trachea was exposed, and 30ul inoculum was administered via a sterile
26 gauge needle. For intranasal inoculation, mice were given a 5uL bolus of K.

pneumoniae in each nostril followed by a 10uL flush with sterile saline in each nostril.
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For intraperitoneal inoculation, a 200uL inoculum was administered via a 27
gauge needle into the peritoneum of mice. Mice were inoculated with the bacteria by oral
administration with a 24-gauge feeding needle attached to a ImL syringe. The syringe
containing the bacterial suspension was mounted onto a Stepper repetitive pipette
(Tridak, Brookfield, Conn.) to deliver an equal amount of suspension to each mouse. An
aliquot of the inoculated bacterial suspension was serially diluted onto appropriate agar
plates to determine actual dose of inoculated bacteria.

An aliquot of the inoculated K. pneumoniae suspension was serially diluted onto

blood agar plates to determine actual dose of inoculated bacteria.

Bacterial Strains and Plasmids

Strains used in this study are listed in Table I1.1. K. pneumoniae strain 43816 is a
clinical isolate with an O1:K2 serotype (ATCC, Rockville, MD). Strain IA565 is a
clinical isolate from the University of lowa Hospitals and Clinics with a K15 serotype
(K-typing performed at the Unit of Gastrointestinal Infections, Statens Serum Institut,
Denmark) [1]. These strains were grown in tryptic soy broth (Difco, Detroit, MI)
overnight at 37°C. K. pneumoniae 1A565 and its streptomycin resistant derived strain,
IA565S were grown in luria broth (LB) and LB supplemented with 50ug/mL of
streptomycin (Teknova, Hollister, CA) overnight at 37°C, respectively. The plasmid,
pAMA401 containing a chloramphenicol resistant gene, was transformed into K.
pneumoniae 1A565 and named IA565pAM401. This strain was grown in LB containing
50ug/mL of chloramphenicol (Teknova, Hollister, CA) overnight at 37°C. Citrobacter

rodentium (ATCC 51459, Rockville, MD was grown in LB overnight at 37°C. Bacterial
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concentration was determined by measuring the amount of absorbance at 600 nm and
compared to a predetermined standard curve. Bacteria were then diluted to the desired
concentration for inoculation into mice in saline.

Plasmids used in this study are listed in Table 11.2.

Lipopolysaccharide Quantification Assay

For quantification of LPS on the surface of K. pneumoniae, the Pyrochrome®
Chromogenic Test Kit (Cape Cod, Inc, Mass.) was used and manufacturer’s protocols
were followed. Limulus amebocyte lysate (LAL) is an aqueous extract of blood cells
(amebocytes) from the horseshoe crab, Limulus polyphemus. LAL reacts with bacterial
endotoxin or lipopolysaccharide, which is a membrane component of gram negative
bacteria. In the presence of LPS, factors in LAL are activated in a proteolytic cascade
that results in the cleavage of a colorless artificial peptide substrate present in
Pyrochrome LAL. Cleavage of this substrate liberates p-nitroaniline, which is yellow and
absorbs at 405nm.

Briefly, overnight cultures of strain IA565 and 43816 grown in TSB at 37°C were
centrifuged at 5000 g for 10 minutes. 2mLs of supernatant was pulled off and set aside
for the assay. The control standard endotoxin (CSE) provided in the kit was diluted to
make standards at 8, 16, 25, 50, 100, 200, and 400 endotoxin units (EU)/mL. 25uL of
each standard was plated in duplicate as well as 1A565 and 43816 supernatants. 25uL of
LPS-free reagent water (LRW) and TSB were added in only one well each. 25uL of

hydrochloric acid was added to the wells and 100mL of Pyrochrome LAL. The plate was
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incubated at 37°C shaking at 125rpm for 12 minutes. 31.25uL of 50% acetic acid was

added to stop the reaction and the plate was read at 405nm.

Bronchoalveolar lavage

Bronchoalveolar lavage (BAL) was performed to obtain BAL cells and fluid. The
trachea was exposed and intubated using a 1.27mm OD polyethylene catheter. BAL was
performed by instilling 1.6ml PBS/ 5mM EDTA. Approximately 1.5ml of lavage fluid

was retrieved per mouse and cytospins were prepared from BAL cells.

Growth Curve Analysis

For K. pneumoniae growth in whole blood, mice were euthanized and heparinized
blood was collected via cardiac puncture. Ina 1mL volume of blood, approximately 5 x
10* CFU of K. pneumoniae was added. For growth in TSB, PBS and BAL fluid,
approximately 10° CFU of K. pneumoniae was added in a ImL volume. Growth via CFU
analysis was performed by taking aliquots of the culture at designated time points.

For K. pneumoniae 1A565 and 1A565S growth in LB with and without
streptomycin, approximately 10® CFU of K. pneumoniae was added in 50mLs of broth.
Growth via CFU analysis was performed by taking aliquots of the cultures at designated

time points.
Whole Lung Homogenization for CFU, Myeloperoxidase, and Cytokine Analysis

At designated time points, the mice were euthanized by inhalation of CO,. Before

lung removal, the pulmonary vasculature was perfused with 2 to 3 ml PBS/5 mM EDTA
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and removed for analyses. After removal, whole lungs were homogenized using a tissue
homogenizer (Biospec Products, Bartlesville, OK) in 1 ml PBS/Complete protease
inhibitor cocktail (Boehringer Mannheim Biochemical, Chicago, IL). For lung CFU
determination, a small aliquot of lung homogenate was serially diluted and plated on
blood agar plates, incubated at 37°C and colonies counted.

Lung myeloperoxidase, MPO activity, as an indirect measurement of total
neutrophil numbers, was quantified by a method as described previously [2]. Briefly,
100uL lung homogenate was mixed with 100uL MPO homogenization buffer (0.5 %
hexadecyltrimethylammonium bromide and 5 mM EDTA) and vortexed. The mixture
was sonicated and centrifuged at 12,000 g for 15 minutes. The supernatant was then
mixed 1:15 with assay buffer and read at 490 nm. MPO units were calculated as the
change in absorbance over time.

For total lung cytokine ELISA analyses, lung homogenates were sonicated briefly
to ensure complete cellular disruption, then centrifuged at 1,500 g for 10 minutes. The
supernatants were collected and assessed for cytokine levels by ELISA. Murine
cytokines were quantified using a modification of a sandwich ELISA method [3]. This
methodology allows detection of these cytokines at concentrations of 20 pg/ml and
higher. Additionally, assays have been shown to be specific for the indicated murine

chemokine and show no cross-reactivity with any other murine cytokines tested.

Peripheral blood CFU

For determination of peripheral blood bacterial numbers, mice were euthanized

and heparinized blood was collected by cardiac puncture at the indicated time points.
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Serial dilutions were plated onto blood agar plates, incubated at 37°C and colonies

counted.

Nasal Cavity and Tracheal CFU Analysis

At designated time points, mice were sacrificed by CO, asphyxiation and were
dissected aseptically. The trachea and nasal cavity was removed and homogenized using
a tissue homogenizer (Biospec Products, Bartlesville, OK) in 1 ml 1x PBS. For CFU
determination, a small aliquot of the homogenates was serially diluted and plated on

blood agar plates, incubated at 37°C and colonies counted.

Gastrointestinal Tract and Fecal CFU Analysis

At designated time points, mice were euthanized by inhalation of CO,. Excised
whole organs were homogenized using a tissue homogenizer (Biospec Products,
Bartlesville, OK) in 1mL 1x PBS for feces and 1mL distilled water for small and large
intestine and cecum. For CFU determination, a sample of the homogenate (100uL) was
serially diluted and plated on blood agar plates for IA565 CFU assessment, LB-
Streptomycin agar for IA565S CFU assessment, and MacConkey agar for Citrobacter

rodentium assessment. Plates were incubated at 37°C and colonies counted.

In vitro Peritoneal Macrophage Phagocytosis Assays
This protocol, previously described elsewhere [4, 5] was used and modified.
Non-elicited peritoneal macrophages from C57BL/6J mice was isolated and plated into

half-sized 96-well plates. FITC-labeled K. pneumoniae was opsonized by incubation in
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5% mouse serum for 15-30 minutes. These bacteria were then added to the macrophage
cells in quadruplicate at a bacterium to macrophage ratio of 100:1. After incubation,
unbound bacteria were washed off and extracellular fluorescence was quenched with
trypan blue. Internalized FITC signal was then analyzed with a fluorometer (Tecan
SPECTRAFIuorPlus).

To access phagocytosis via another method, non-elicited peritoneal macrophages
from C57BL/6J mice was isolated and suspended in ImL RPMI 1640 (Invitrogen) culture
medium at a concentration of 10° cells/mL. K. pneumoniae was then added to the
macrophage cells at a bacterium to macrophage ratio of 100:1. At designated time points,
an aliquot of the suspension were spun down onto a glass slide, which was air dried,
stained with Diff-Quick, and examined under oil immersion. The initial 200 peritoneal
cells were counted to determine the number of whole intracellular bacteria in each cell.
The phagocytic index (PI) was calculated as: Pl = (percent of macrophages containing at

least one bacterium) x (mean number of bacteria per positive cell).

In vivo Alveolar Macrophage Phagocytosis Assay

The protocol for alveolar macrophage in vivo phagocytosis has been previously
described [6]. Briefly, mice were intratracheally injected with approximately 1 x 10°
CFU of K. pneumoniae at time zero. At 2 h post infection, BAL was performed to obtain
alveolar leukocytes. The lavage fluid was centrifuged at 500 g for 5 min and the pellet
resuspended in PBS containing 2% serum. Thirty thousand cells were then spun down
onto a glass slide, which was air dried, stained with Diff-Quick, and examined under oil

immersion. The initial 200 alveolar macrophages or polymorphonuclear cells were
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counted to determine the number of whole intracellular bacteria in each cell. The

phagocytic index (PI) was calculated as described above.

In vitro Peritoneal Macrophage Killing Assays

Approximately 10° non-elicited, freshly isolated peritoneal macrophage cells from
C57BL/6J mice in a ImL volume were incubated with 10° CFU of strain 43816 and
IA565 with and without prior incubation with 5% normal mouse serum. At 30 and 90

minutes, an aliquot of the mixture was plated for CFU.

Enzyme-Linked ImmunoSorbent Assay (ELISA)

Murine cytokines were quantified using a modification of a sandwich ELISA
method [3]. This methodology allows detection of these cytokines at concentrations of
20 pg/ml and higher. Additionally, assays have been shown to be specific for the
indicated murine chemokine and show no cross-reactivity with any other murine

cytokines tested. Human cytokines were quantified as previously described [7].

In Vivo Antibody Administration

Neutrophils were depleted in vivo utilizing the pan-granulocytic antibody RB6-
8C5 [8], directed against Ly-6G. Anti-Ly-6G was produced as an ascites in SCID mice
by TSD BioServices (Germantown, NY) and used at a dilution determined to deplete
both peripheral blood and resident lung neutrophils. The antibody was injected ina 0.5
ml volume intraperitoneally 18 hours prior to infection and again one day post infection.

This treatment scheme has been used to deplete neutrophils in vivo in a variety of
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bacterial and fungal models. Reagent control animals for anti-Ly-6G received normal
mouse serum at the same dilution used for anti-Ly-6G treatment. For survival studies,
mice received injections of antibody every 48 hours post initial injection.

Mice were injected intraperitoneally either with 500ug of anti-TNFa neutralizing
monoclonal antibody (clone MP6-XT3) or anti-IFNy neutralizing monoclonal antibody
(clone XmGL1.2) 2 hours before infection with K. pneumoniae. For survival studies, mice

received a second injection of antibody on day 2 post-infection.

A549 Cell Adhesion and Invasion Assays and Supernatant ELISAS

A549 cells were generously provided by Dr. Douglas A. Arenberg (University of
Michigan) and were grown in RPMI 1640, with 25mM HEPES and L-glutamine
(Invitrogen) supplemented with 10% fetal bovine serum, 1x penicillin, streptomycin and
L-glutamine, 1x sodium pyruvate, 1x non-essential amino acids and 0.1% 2-
mercaptoethanol. Cells were grown as monolayers in 100% humidity and 5% CO, at
37°C. For bacterial assays, cell culture medium without penicillin/streptomycin was
used. A549 cells were seeded into 24-well plates at a density of 10°/well in a 2mL
volume and incubated for 24 hours. Cells were washed 3 times with 1x phosphate
buffered saline. Then 1mL of antibiotic free culture medium was added in addition to K.
pneumoniae at a bacterium to cell ratio of 100:1. Plates were centrifuged at 1000 x g for
5 minutes.

For the adhesion assay, plates were incubated for 30-90 minutes. At each 30
minute interval, cells were washed 10X with 1x PBS. 1mL 1x trypsin and 1uL TritonX-

100 was added to the wells, incubated at 37°C for 10 minutes, and then plated for
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bacterial CFU. For the invasion assay, plates were incubated after centrifugation for 60-
120 minutes. At each 30 minute interval, cells were washed 3 times with 1x PBS. 1mL
of 100ng/mL gentamycin containing culture medium was added to wells and incubated
for 20 minutes. Cells were then washed 3 times with 1x PBS, 1mL 1x trypsin and 1uL
TritonX-100 was added to the wells, incubated at 37°C for 10 minutes, and then plated
for bacterial CFU.

Supernatants of A549 cells pulsed with K. pneumoniae bacteria were harvested

and accessed for A549 cytokine production.

MLE-12 cell Adhesion Assay and Supernatant ELISAs

MLE-12 cells were generously provided by Dr. Paul Christensen (University of
Michigan) and were grown in HITES medium [RPMI 1640, with 25mM HEPES and L-
glutamine (Invitrogen) supplemented with 1X insulin, transferrin, and sodium selenite
solution, 50ug/mL human apo-transferrin, 0.01uM hydrocortisone, 0.01uM B-estradiol,
1X penicillin/streptomycin/L-glutamine solution, and 2% fetal calf serum]. Cells were
grown as monolayers in 100% humidity and 5% CO; at 37°C. For bacterial assays,
HITES medium without penicillin/streptomycin was used.

MLE-12 cells were seeded into 24-well plates at a density of 10°/well in a 2mL
volume and incubated for 24 hours. Cells were washed 1 time with 1x phosphate
buffered saline. Then 1mL of antibiotic free HITES medium with or without 50mg/mL
of D-mannose (Sigma) was added in addition to K. pneumoniae at a bacterium to cell
ratio of 100:1. Plates were centrifuged at 1000 x g for 5 minutes and then incubated for 2

hours. At each 15 minute interval, cells were washed 10 times with 1mL of 1x PBS,
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scraped off the bottom of the well in the presence of 1mL 1x PBS and placed in a tube
with 1uL TritonX-100. This solution was then plated for bacterial CFU to assess for
numbers of bacteria that adhered to cells.

Supernatants of MLE-12 cells pulsed with K. pneumoniae bacteria for 24 hours

were harvested and accessed for MLE-12 cytokine production.

Alveolar Macrophage depletion

Clodronate liposomes were obtained from Dr. Nico van Rooijen (Vrije
Universiteit, The Netherlands) and have been previously described [9]. Mice were
anesthetized with ketamine and xylazine and 60uL of clodronate liposomes were
administered intranasally for 2 consecutive days for a total of 720ng of clodronate
liposomes /mouse. Mice were allowed to rest for 1 day before bacterial infection for a

total of 720ng of clodronate liposomes /mouse

Serum administration
Whole mouse blood was collected and pooled from several mice. Serum was
collected and 1mL was intraperitoneally injected into RAG1™ mice, 500uL 24 hours

before bacterial challenge and 500uL 24 hours after challenge.

Administration of Dextran Sodium Sulfate (DSS)

Mice received 3% weight/volume DSS molecular weight 36,000-50,000 (ICN

Biomedicals, Inc., Irvine, CA) in their drinking water ad libitum for 7 days.
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Histology
The colon was removed, cut longitudinally and washed in 1x PBS and embedded
in paraffin sections in a Swiss roll fashion. Sections were cut, mounted onto slides and

stained with hematoxyline and eosine.

Nucleic Acid Isolation

Total RNA and genomic DNA was isolated from K. pneumoniae strain 43816 and
IA565 using the Qiagen RNeasy® Mini Kit and Qiagen Genomic DNA Buffet Set and
Genomic Tips (Valencia, CA). Total RNA was converted into total cDNA using

Clontech’s SMART™ PCR cDNA Synthesis Kit (La Jolla, CA).

Subtractive Hybridization (SH)

Clontech’s PCR-Select™ Bacterial Genomic Subtraction and PCR-Select™
cDNA Subtraction Kit protocols were performed on both genomic DNA and total cDNA
from strain 1A565 and 43816 according to manufacturer’s protocols. To further enrich
for uniquely expressed sequences, PCR-Select™ Differential Screening Kit (Clontech)

was carried out on end products obtained from the subtraction Kits.

Cloning of Subtractive Hybridization Products
Blunt ended cloning of SH products were performed using Stratagene’s PCR-
Script™ Amp Electroporation-Competent Cell Cloning Kit (La Jolla, CA) as per

manufacturer’s protocols.
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Restriction Enzyme Digests
Enzymes used in this study were purchased from New England BioLabs (Ipswich,

MA) and are listed in Table I11.3.

Polymerase Chain Reaction (PCR)

PCR primers used in this study are listed in Table I1.4 as well as the details of
PCR conditions for each. Primers were ordered from Sigma-Genosys (St. Louis, MO).
PCR reactions were carried out using the GeneAmp 9700 PCR Thermal Cycler (Applied
Biosystems, Foster City, CA) and the Platinum® Tag DNA Polymerase PCR Kit from
Invitrogen (Carlsbad, CA). Platinum® Tag DNA Polymerase High Fidelity is an enzyme
mixtures composed of recombinate Taq DNA polymerase, Pyrococcus species GBOD
polymerase, and Platinum® Tag antibody. Pyrococcus species GB-D polymerase
possesses proofreading ability via its 3’ to 5’ exonuclease activity. The antibody inhibits
polymerase activity until incubation at 94°C. After amplification, the PCR products were
separated on, depending on size, a 0.3 to 2% agarose gel containing ethidium bromide
(0.3mg/mL [0.003%]). Bands were visualized via UV transillumination and

photographed using the Gel Logic 100 Image Analysis System (Kodak, New Haven, CT).

Allelic Exchange Technique using pLD55

A similar method used in this study has been described elsewhere [10]. A 907bp
fragment of the UreF gene and a 927bp fragment of the FimC gene in K. pneumoniae
43816 were cloned via PCR using gene specific primers. The resulting fragments were

cloned using Stratagene’s PCR-Script™ Amp Electroporation-Competent Cell Cloning
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Kit (La Jolla, CA) [cloned products are denoted, pFimC and pUreF). An internal
fragment was removed from each cloned gene: pFimC, digested with Blpl and BseRl,
removed a 155bp internal fragment, and pUreF, digested with Bpul0l and Blpl, removed
a 117bp internal fragment. These products are denoted as pFimCA and pUreFA. The
internal fragments were replaced with a kanamycin resistant cassette resulting in the

products pFimCAK and pUreFAK. The fragments containing the insertionally

inactivated genes, FIMCAK and UreFAK into the pir-dependent vector pLD55 [11].

Lambda Red Recombinase Technique

This method has been described elsewhere [12]. Briefly, a pair of primers
containing 40 nucleotides of the 3’ and 5’ ends of the FimC gene were generated, P1 H1-
FimC and P2 H2-FImC. The primers contain the P1 and P2 sites flanking a kanamycin
resistant cassette so PCR amplification of the kanamycin resistance gene on the plasmid,
pKD4 can be performed. This PCR product was named fimCAKan®. pKD78, a
temperature sensitive plasmid containing the lambda red genes under an arabinose
inducible promoter and a chloramphenicol resistance gene, was transformed into K.
pneumoniae 43816, denoted HL078. HLO78 was grown in the presence of arabinose and
harvested for use for electroporation. The linear PCR product fimCAKan® was
electroporated into HLO78 cells and grown at the non-permissive temperature, 37°C.
Transformants containing the chromosomally integrated fimCAKan® fragment were

analyzed for successful recombination.
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Construction of a Long Linear UreF Gene Fragment Disrupted with the Kanamycin
Resistant Cassette

Primers V and VII-P1 contains 383bp of the 5’ end of the UreF gene in K.
pneumoniae 43816 and 20 nucleotides of the P1 site upstream of the kanamycin resistant
cassette on the pKD4 plasmid. Primers VI and VI111-P2 contains 651bp of the 3’ end of
the UreF gene in K. pneumoniae 43816 and 20 nucleotides of the P2 site downstream of
the kanamycin resistant cassette on the pKD4 plasmid. A diagram of the desired product
is depicted in Figure 1VV.23. The 403bp product and 671bp product was generated via
PCR of strain 43816 genomic DNA. These products were then used as PCR primers to
attempt to amplify the kanamycin cassette on the pKD4 plasmid via the P1 and P2 ends

of those fragments.

Temperature Sensitive Plasmid Mutagenesis Technique

A pair of primers, with Acc65I restriction sites, containing 40 nucleotides of the
3’ and 5’ ends of the FimC gene were generated, P1 H1-FimC and P2 H2-FimC. The
primers contain the P1 and P2 sites flanking a kanamycin resistant cassette so PCR
amplification of the kanamycin resistance gene on the plasmid, pKD4 can be performed.
This fragment, fimCAKan®, and the plasmid, pKD78, were digested with Acc65! and
then ligated together. The resulting plasmid was then transformed into K. pneumoniae
43816. The transformant was grown overnight in LB containing 50pg/mL of
chloramphenicol (Teknova) at the permissive temperature of 30°C. An aliquot of this
suspension was then inoculated into LB media (1:100 dilution) and grown at 37°C for 2

days. A serial dilution of this culture was then plated on LB-chloramphenicol plates.
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One robust colony was picked and inoculated into 10mLs of LB media and grown at
30°C. This solution was back diluted twice daily for 2 days. An aliquot of these cultures
was then serially diluted and plated on LB agar. These colonies were then patched onto
LB-chloramphenicol plates and accessed for drug-sensitivity. Those that were

chloramphenicol sensitive were analyzed for fimCAKan" integration via PCR.

Allelic Exchange Technique using pKAS32 and pWM91

Two pairs of primers, with Notl restriction sites, containing 40 nucleotides of the
3’ and 5’ ends of the FimC and UreF gene were generated, P1 H1-FimC and P2 H2-FimC
and P1 H1-UreF and P2 H2-UreF. The primers contain the P1 and P2 sites flanking a
kanamycin resistant cassette so PCR amplification of the kanamycin resistance gene on
the plasmid, pKD4 can be performed. These Notl digested fragments, FimCAKan® and
UreFAKanR, were cloned into the Notl digested plasmid, pKAS32 [13] forming plasmids
101 and 102. In addition the Notl digested UreFAKan® fragment was cloned into the
Notl digested plasmid, pWWM91 [11] forming plasmid 103. Those plasmids were
transformed into the pir-dependent E. coli strain 47084 forming HL101, HL102 and
HL103. Cultures of the recipient K. pneumoniae strains 43816 and 43816S and the donor
strains HL101, HL102 and HL103 were grown in LB, LB-streptomycin, and LB-
kanamycin/ampicillin cultures, respectively. 1.5mL of each culture were spun down at
300g for 5 minutes, resuspended in 1mL of the original medium and placed in a 125mL
flask containing 29mL of LB media. The cultures were then shaken at 130rpm for 2
hours and 37°C. 0.5-5mL culture aliquots of 43816 and HL103, 43816S and HL 101, and

43816S and HL102 were mixed and filtered onto a 0.45um filter disk, named A, B and C,
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respectively. Filter disks were placed onto LB agar plates and incubated at 37°C for 3-16
hours. Disks were then placed in 50mL conical tubes containing 10mL of 1x PBS,
scratched with a glass rod and vigorously vortexed. 100mL from the tube containing
disks A and B were plated onto LB-streptomycin/kanamycin plates. 100mL from tube
containing disk C was plated onto LB-kanamycin/sucrose plates. Transconjugants were
analyzed for incorporation of the FimCAKan® and UreFAKan® fragments via PCR

analysis.

Statistical analyses

Statistical significance was determined using the unpaired, two-tailed student t
test, ANOVA for multiple group comparisons using the Student-Newman-Keuls post-
test, and Fisher’s Exact Test. Calculations were performed using InStat 3 (GraphPad
Software, San Diego, CA). Statistical analyses of survival curves were performed by the

Log Rank Test using the Prism 3 software program (GraphPad Software).
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Chapter 111
Lack of in vivo Pathogenicity of K. pneumoniae strain 1A565

and its Role as a Murine Commensal

Introduction

Background of Strains Used in this Study

Animal models have proven extremely useful in determining host: pathogen
interactions during K. pneumoniae infection. As described in the first chapter, IFNy, IP-
10, IL-17 and TNFa play an important role in mediating lung antibacterial host responses
during K. pneumoniae infection as well as the influx of PMNs into the lungs and the
action of resident alveolar macrophages. However, the majority of these studies utilized
a single clinical isolate of K. pneumoniae, strain 43816. This is the prototypical virulent
strain used in a variety of different studies to determine the host mechanisms of
pulmonary bacterial clearance.

Strain 43816 is of the O1:K2 serotype and was originally isolated from a cancer
patient in the 1970s. However, because of inconsistent strain designations, it is unclear
whether strain 43816 was a blood, wound, urinary tract or pulmonary isolate. For strain
IA565, the O-antigen serotype is unknown, but via PCR, 1A565 was found not to express
the O1 antigen (unpublished data). Strain 1A565 has a K15 capsular serotype and was

originally isolated from the tracheal aspirate of a hospitalized patient. It is unclear why
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the patient was admitted to the University of lowa Hospitals and Clinics as the patient’s
history is unavailable.

Both strain 43816 and 1A565 express the prototypical virulence factors associated
with K. pneumoniae pathogenicity; being capsule, LPS, and type 1 and 3 fimbriae. Of
these three, capsule is perhaps the most well studied virulence factor. As stated before,
via construction of capsule switch mutants, the genetic background of virulent strains and
not the capsule serotype was shown to confer significant in vivo murine pathogenicity [1,
2]. This suggested that pathogenesis of K. pneumoniae is multifactorial and that capsule

can only partially account for in vivo murine virulence.

Inflammatory Bowel Disease: Role of Commensal Bacteria and Current Murine Models

As alluded to earlier, the mucosal immune system is a highly specific anti-
inflammatory mechanism responsible for mucosal tolerance. A break in mucosal
tolerance leading to inappropriate immune responses to commensal bacteria is
hypothesized to be an important contributing factor to inflammatory bowel disease (IBD).
IBD refers to two chronic diseases that cause inflammation of the intestine: ulcerative
colitis (UC) and Crohn’s disease.

In murine models of IBD, described below, several studies have shown that the
driving force of intestinal inflammation is the mucosal microbiota [3-5]. Mice that
develop inflammatory disease in specific-pathogen free conditions do not do so in GF
environments. In addition, inflammation is alleviated when mice are treated with
antibiotics that rid the mucosa of certain classes of microbes [6]. Current models of IBD

involve treatment with mucosal-injuring agents (dextran sodium sulfate, DSS), alteration
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of murine cytokine function (IL-10 and IL-2 deficient mice), alteration of T-cell function
(T cell receptor o and B knockout mice), and infection with enteric pathogens
(Citrobacter rodentium) [7, 8].

C. rodentium is a commonly used murine model pathogen for human
enteropathogenic E. coli (EPEC) infections as well as IBD. The characteristic
histopathological feature of attaching and effacing (A/E) lesions within the intestinal
mucosa seen during EPEC infections are indistinguishable from those caused by C.
rodentium. Mice infected with C. rodentium displays crypt hyperplasia, loss of goblet
cells and mixed inflammatory cell infiltration of the mucosa and submucosa with
lymphocytes, macrophages, neutrophils and mast cells [8].

DSS is a sulfated polysaccharide commonly used to induce colitis in rodents. The
in vivo action of DSS is currently not well understood, but it is thought that DSS is toxic
to colonic crypt epithelium and acts directly on these cells to induce inflammation. DSS
was first introduced in 1990 as a reliable model of acute UC in mice that resembled the
human manifestation of UC [9]. The stages of DSS induced colitis, within the first
several days of administration, were histologically examined and it was determined that
many architectural changes occur first such as crypt loss not associated with

inflammation [10].

Obijective
Clinical isolate IA565 was used in a well established murine model of acute
bacterial pneumonia to investigate the induction of host anti-bacterial responses to this

organism and to determine the factors that control lung growth. In addition, mucosal
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colonization of strain IA565 in the upper respiratory and gastrointestinal tract of wild-
type, germ-free and defined flora mice was performed to determine the mechanisms
responsible for colonization at those sites. The ability of strain IA565 to change and
respond to the inflammatory environment of the gastrointestinal tract was also
investigated using the DSS and C. rodentium models of IBD described above. The
results from this study elucidate the mechanisms controlling mucosal tissue colonization

and infection by K. pneumoniae, which is the primary objective of this project.

70



Results

Lack of mortality in IA565 infected mice

To determine the pathogenicity of strain 1A565 and 43816, C57BL/6J mice were
intratracheally (IT), intraperitoneally (IP) and intravenously (IV) inoculated with strain
IA565 and IT and IV inoculated with strain 43816 (Figure I11.1). The LDso dose for
strain 43816 in the systemic IV model and the pneumonia IT model is approximately 5 x
10* and 5 x 10° CFU/mL, respectively. This corresponded to the survival curves shown
in Figure 111.1. Strain IA565 was given to mice at about 1-2 log CFU doses higher than
the LDso dose for strain 43816. However, at these high doses of strain IA565, mice
displayed 0% mortality (Figure 111.1). These survival curves indicate an apparent lack of

pathogenicity of strain 1A565 is a murine model of bacterial pneumonia.

Rapid pulmonary clearance of 1A565 infected mice

To determine whether the observed lack of mortality correlated with the rapid
clearance of strain 1A565 bacteria from the lungs, C57BL/6J mice were intratracheally
inoculated with 3 x 10° CFU of 1A565 and 43816 and analyzed 24 hours post infection
(Figure 111.2). Mice infected with strain 43816 displayed high bacterial load in both the
lungs and blood (Figure 111.2A). In contrast, bacterial CFU in the lungs and blood from
the 1A565 infected mice were below the limit of detection by 24 hours post infection.
These results suggest that the lack of mortality in IA565 infected mice is due to the rapid

clearance of this strain from the lungs.
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Figure I11.1 Survival of K. pneumoniae Inoculated C57BL/6J Mice

For IA565 inoculation, C57BL/6J mice were intraperitoneally (IP) injected with
7.8 x 10°CFU in a 200uL volume, intravenously (V) injected with 2 x 10° and
2 x 108 CFU in 500uL volumes, and intratracheally (IT) injected with 5 x 103,
5x 10*and 5 x 10° CFU in 30uL volumes. n =4-6 mice per dose and route

of infection. For 43816 inoculation, C56BL/6J mice were IV injected with

8 x 10* CFU in a 500uL volume and IT injected with 9.8 x 102 CFU in a 30uL
volume. n =5-9 mice per route of infection. Survival was monitored over a

course of 7 days.
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Figure II1.2 Day 1 Harvest of IA565 and 43816 Intratracheally Infected mice
Bacterial burden, chemokine induction, and MPO activity following intratracheal
infection with strain 1A565 or 43816. Mice were infected with 3 x 10° CFU of
strain |A565 or 43816 and analyzed 24 hours post infection. (A) Bacterial
numbers for the lungs are for the entire tissue, while bacterial numbers for the
blood are per mL of blood. (B) Chemokine production was assessed from total
lung homogenates by ELISA. (C) Lungs were also assessed for MPO activity.
Units are expressed as a change in absorbance over time. Data are presented as
mean = SEM and were generated from two independent experiments with 4-5
animals per group. *, p <0.001. n.d., no data. LOD, limit of detection.
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Lack of significant chemokine induction and neutrophil recruitment in the lungs of IA565
infected mice

To determine if the rapid clearance of strain IA565 resulted from enhanced
neutrophil and/or macrophage recruitment into the pulmonary airspace, lung
homogenates were analyzed for the production of chemokines responsible for recruiting
these cell types 24 hours post inoculation (Figure 111.2B). The neutrophil recruiting
chemokines, MIP-2 and KC were significantly increased in the lungs of strain 43816
infected mice. MCP-1, capable of recruiting circulating monocytes was also significantly
increased in the lungs of these mice. Correlating with increased MIP-2 and KC,
myeloperoxidase (MPO) activity, an indirect measurement of neutrophil numbers, in the
lungs of 43816 infected mice was significantly elevated compared to uninfected control
animals. In contrast, lung homogenates from IA565 infected mice contained baseline
levels of MIP-2, KC and MCP-1 and MPO levels were essentially equal to those seen in
uninfected controls (Figure 111.2C). These data indicate that, at this time point, IA565
infected mice do not display enhanced neutrophil and macrophage recruitment into the

pulmonary airspace.

Kinetics of chemokine induction and bacterial clearance during 1A565 infection

Since cytokine levels and MPO levels were at baseline levels by 24 hours post
inoculation, IA565 infected mice were analyzed at earlier time points to determine
whether a rapid but transitory immune response was responsible for the rapid clearance
of this strain. Mice were challenged with 2x 10°> CFU of strain A565 and analyzed at 2,

12, and 24 hours post infection. Significant bacterial clearance is seen within 2 hours
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post infection and decreased by 10-fold at 12 hours post inoculation with no detectable
levels by 24 hours (Table I11.1). Interestingly, a transitory but significant increase in the
production of MIP-2 and KC was noted at 2 hours post infection which suggests that a
rapid influx of neutrophils very early during the course of infection may contribute to the

rapid bacterial clearance observed.

Kinetics of bacterial clearance and chemokine induction in neutrophil-depleted mice
IA565 infected mice

Neutrophils were depleted in vivo by intraperitoneal inoculation of an anti-Ly6G
monoclonal antibody 18 hours prior to intratracheal inoculation of strain IA565 to
determine their contribution during K. pneumoniae 1A565 infection. Surprisingly, these
neutrophil depleted mice displayed 100% survival even at high doses (Figure 111.3)
indicating that neutrophils are not required for survival of 1A565 infected mice.

To determine the kinetics of bacterial clearance from the lungs, neutrophil
depleted mice were analyzed 2, 6, 12, 24 and 48 hours post infection (Table 111.2). A
delay in bacterial clearance was seen in the lungs of neutrophil depleted 1A565 infected
mice as compared to wild-type infected untreated animals. By 24 hours post infection,
lungs in the anti-Ly6G treated animals contained approximately 5 x 10* CFU. However,
by 48 hours post infection, 70% of the animals treated with 1A565 contained no
detectable bacteria while the remaining 30% contained only 100-300 bacteria. MPO
activity was measured to confirm neutrophil depletion. At the later time points, 12 and
24 hours post infection, MPO activity was at or below baseline levels seen in uninfected

control animals. However, at 2 hours post infection, the MPO activity in these mice was
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Figure I11.3 Lack of Mortality in IA565 Infected Neutrophil-Depleted Mice
Mice were intratracheally inoculated with 5 x 10% and 9 x 10* CFU of strain
IA565 and overall survival was determined for 7 days post infection. Survival
curves were generated with 5 mice per group per dose.
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significantly higher than wild type baseline levels (Table I11.2, p < 0.01). This correlated
with the same transitory increase in MIP-2 and KC seen in wild-type infected animals
(Table 111.1), peaking at 2 hours post infection before returning to baseline levels by 48
hours. Interestingly, there was a delayed yet significant induction of MCP-1 with levels
peaking at 12 hours post infection and remaining elevated thru 24 hours before
decreasing to near baseline levels by 48 hours (Table 111.2). These data suggest that there
is delayed recruitment of monocytes in response to neutrophil deficiency, resulting in

delayed but eventual clearance of bacteria from the lungs.

Kinetics of bacterial clearance and chemokine induction in alveolar macrophage-
depleted 1A565 infected mice

Since the lack of neutrophils did not increase 1A565 bacterial burden in the lungs
or induce mortality in these mice, the role of AM¢s during IA565 pulmonary infection
was investigated. AM¢s were depleted in vivo by intranasal inoculation of clodronate
liposomes. In addition, both neutrophils and AM¢s were depleted to determine if lack of
these two important phagocytic cells will induce mortality in IA565 infected mice (Figure
111.4). Surprisingly, these AM¢ depleted and AM¢ and neutrophil depleted 1A565
infected mice displayed 100% survival indicating that both neutrophils and AM¢s are not
required for survival of IA565 infected mice.

To determine the kinetics of bacterial clearance from the lungs, neutrophil
depleted and AM¢ plus neutrophil depleted mice were analyzed 12, 24, 48, and 72 hours
post IA565 infection at a dose of 10® CFU (Figure I11.5A). In addition, lung cytokine

levels were also assessed for production of MIP-2, KC, MCP-1 and MIP-1a (Figure
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Figure II1.5 Bacterial Burden and Chemokine Induction in IA565 Infected
Immunocompromised Mice

Mice were infected with 1.4 x 10 CFU of strain 1A565 and analyzed at the
indicated timepoints. White bars, wild-type infected mice, grey bars,

neutrophil depleted mice, and black bars, neutrophil and alveolar

macrophage depleted mice. (A) Bacterial burden from the lung of infected animals
are for the entire tissue. The dotted line represents the limit of detection.

(B) Chemokine production was assessed from total lung homogenates by ELISA.
The dotted line represents the amount of cytokine levels in the lungs of uninfected
control animals: 2pg/mL for MIP-2, 208pg/mL for KC, 12pg/mL for MCP-1,

and 6pg/mL for MIP-1a. Data were generated from one experiment with 3 mice
per group.
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111.5B). Mice depleted of neutrophils plus AM¢s had higher levels of bacteria in the lungs
compared to the wild-type and neutrophil depleted mice at all time points analyzed. By
48 and 72 hours post infection, the wild-type and neutrophil depleted mice, respectively,
no longer had detectable levels of CFU in the lung. Interestingly, the AM¢s and
neutrophil depleted mice still had high levels of CFU by 72 hours post infection (Figure
I11.5A) suggesting that these cell types combined play an important role for the rapid
clearance of strain 1A565 from the lungs.

In addition, the levels of MIP-2 and MCP-1 correlated quite well with bacterial
CFU in the lungs remaining high at 12 hours post infection for wild-type animals and
high at 12-48 hours for neutrophil depleted mice and AM¢ and neutrophil depleted mice
(Figure 111.5B). Wild-type infected animals produced basal levels of KC, MCP-1 and
MIP-1a at these time points. Production of these cytokines in the other infected mouse

groups were high at earlier time points, but decreased at the later time points.

Bacterial clearance in T and B cell, AM ¢, and neutrophil deficient IA565 infected mice
To determine if the presence of natural antibodies play a role in IA565 clearance,
RAG1” mice, with and without a.Gr-1 plus clodronate liposome treatment, were infected
with 8 x 10° CFU of strain 1A565 and sacrificed at 4 days post infection (Figure 111.6).
Day 4 lung CFU levels in the neutrophil and AM¢ depleted mice were slightly above the
limit of detection and the majority of the RAG1™” untreated mice had no detectable CFU
in the lungs. However, CFU levels in the RAG1 treated mice were slightly higher than
those in both the infected RAG1™ untreated mice and wild-type treated mice suggesting

that the absence of neutrophils, AM¢s and T and B cells result in delayed clearance of
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IA565 from the lungs at this time point (Figure 111.6). However, the levels were not
statistically significant.

Furthermore, to determine whether or not the function of T and B cells in the
clearance of 1A565 is due to the production and presence of natural antibodies in the
lungs, RAG1™ treated mice were intraperitoneally (IP) injected with 1mL of wild type
uninfected serum (Figure 111.6). 1P administration of normal, non-immunized wild-type
mouse serum into infected RAG1™ treated mice seemed to increase IA565 CFU levels in
the lungs suggesting that natural antibodies present in the serum of mice do not play a
role in 1A565 clearance (Figure 111.6, p = 0.03). However, the outlier in the RAG1”
treated group may be contributing to the statistical significance observed. In addition,
these observations may not be biologically significant as the lung CFU levels in these
animals were near the limit of detection and animals displayed no mortality. Thus,
clearance of strain 1A565 from the lungs of these animals is not due to the presence of

natural antibodies.

Lack of mortality in TNF« and IFNy depleted 1A565 infected mice

As stated in the previous chapter, the proinflammatory cytokines TNFa and
IFNy are essential for host defense during pulmonary K. pneumoniae. To determine the
contributions of each during K. pneumoniae 1A565 infection, mice were injected
intraperitoneally with an anti-TNFo and an anti-IFNy neutralizing monoclonal antibody 2
hours before intratracheal infection with strain 1A565 (Figure 111.7). Surprisingly, these
TNFa and IFNy neutralized mice displayed 100% survival even at high doses indicating

that these cytokines are not required for the survival of IA565 infected mice.
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Figure I11.6 Day 4 Lung CFU in IA565 Infected RAG1” Mice

Mice were intranasally inoculated with 7.8 x 10° CFU of strain IA565. Lungs were
harvested at day 4 post infection. Treated mice were given a.Gr-1 to deplete
neutrophils and clodronate lipsomes to deplete alveolar macrophages. Serum was
given as described in Materials and Methods. Data are from two independent
experiments with 5-8 mice per group. Bars in each group represent the

median value of CFU numbers. LOD, limit of detection.
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Figure II1.7 Survival of IAS65 Infected TNFo and IFNy Depleted Mice
Mice were intratracheally inoculated with 5 x 10% and 9 x 10* CFU of strain
IA565 and overall survival was determined for 7 days post infection. Survival
curves were generated with 5 mice per group per dose.
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In vitro growth characterizations of K. pneumoniae strain 1A565

Although K. pneumoniae strain 43816 and 1A565 are clinical isolates and express
the prototypical virulence factors associated with K. pneumoniae pathogens, the in vivo
characterization of strain A565 indicates that it is avirulent, rapidly cleared, and elicits
little to no host responses in the lungs. Therefore, any in vitro differences existing
between the two that could explain the dissimilarity in in vivo pathogenicity were
investigated.

To determine if any growth differences in culture media exist between strain
IA565 and 43816 to account for the lack of pathogenicity of IA565, growth in rich tryptic
soy broth (TSB), phosphate buffered saline (PBS), mouse whole blood (WB), and cell-
free bronchoalveolar lavage fluid (BALSs) was determine for both strains (Figure 111.8).
Growth in BALSs fluid would address the question of whether or not surfactant and/or
other non-cellular lung proteins can affect growth. In addition, growth in whole blood
addresses the question of whether or not complement can alter their growth. In PBS
media, strain 1A565 and 43816 did not grow, with the bacteria remaining viable.
Conversely, in mouse whole blood, TSB and cell-free BAL fluid, both strains grew
equally well indicating that there are no growth defects, i.e. biochemical defects,
associated with either strain and that non-cellular host innate defense components in the

lungs and blood do not alter growth of these strains as well.
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Lipopolysaccharide quantification of strain 43816 and 1A565

As stated earlier, even though the capsular serotypes for both strains are different,
studies have shown that the capsule alone does not confer pathogenicity. Therefore, the
relative amount of LPS, another major virulence factor, on both strains was quantified
using a Limulus amebocyte lysate (LAL) assay (Figure 111.9). LAL is an aqueous extract
of blood cells (amebocytes) from the horseshoe crab, Limulus polyphemus. Figure 111.9A
illustrates the standard curve generated in this assay using known amounts of LPS. The
concentration is expressed as endotoxin units (EU)/mL and corresponds to the measured
OD at 405nm. Supernatants from overnight cultures of both strains (plated in duplicate),
LPS-free reagent water (LRW) and TSB were used in this assay (Figure 111.9B). The
negative control, LRW, did not react to Pyrochrome LAL as indicated by low absorbance
in contrast to TSB, which had an OD of 0.504. It was not surprising to detect LPS
reactivity in TSB medium since the broth contains bacterial lysate. The mean absorbance
for IA565 and 43816 culture supernatants were 0.852 and 0.848, respectively. Even with
subtracting out the absorbance from the TSB control, there is still significant LPS
reactivity in the culture supernatants of these strains. However, there were no significant
differences between the two strains suggesting that lack of LPS does not account for the

in vivo pathogenicity differences observed between 1A565 and 43816.
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Figure II1.9 LAL assay for K. pneumoniae LPS Quantification

The supernatants of overnight cultures of strain 1A565 and 43816 grown in TSB at 37°C
were used in this assay and incubated with Pyrochrome LAL. (A) The curve generated
from serial dilutions of known amounts of LPS. The units of concentration is given as
endotoxin units per mL (EU/mL). (B) The mean absorbance at 405nm of 1A565 and
43816 culture supernatants, LPS-free reagent water (LRW), and tryptic soy broth
(TSB).
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In vitro peritoneal macrophage phagocytosis of K. pneumoniae strain 1A565 and 43816

To assess the ability of strain IA565 and 43816 to be phagocytosed by
macrophages, an in vitro phagocytosis assay was performed on freshly isolated, non-
elicited peritoneal macrophages (PM¢s) from B6 mice (Figure 111.10). PM¢s were
incubated with opsonized, FITC-labeled 1A565 or 43816 bacteria for 30 minutes at a
bacterium to macrophage ratio of 100:1. Values were expressed as relative fluorescence
units calculated based on fluorescent standards. In one experiment, phagocytosis of
strain IA565 and 43816 was essentially equivalent while in the other experiment
phagocytosis of strain IA565 was slightly higher than strain 43816 (Figure 111.10, p =
0.04).

An additional in vitro PM¢ killing experiment was done with 1A565 and 43816
bacteria with or without prior incubation in 5% normal mouse serum. Incubation in
mouse serum was performed to address the question of whether or not opsonized bacteria
would be killed more efficiently by these cell types. Briefly, in one experiment, bacterial
cells were incubated for 30 and 90 minutes in wells with and without PM¢s at a cell to
bacterial ratio of 1:1. This experiment was repeated, but bacteria were incubated with 5%
normal mouse serum before addition to PM¢s in culture (Figure 111.11). At 30 minutes
post incubation, the presence of PM¢s did not seem to affect the viability of bacteria in
culture. This was also the case with opsonized bacteria. However, after 90 minutes in
culture, non-opsonized 43816 did not grow as vigorously in the presence of PM¢s than
without suggesting that the PM¢s were phagocytosing 43816 cells. Surprisingly, at 90
minutes post-incubation, non-opsonized 1A565 grew better in the presence of PM¢s than

in culture alone. Incubation of opsonized 43816 and 1A565 with PM¢s resulted in
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Figure I11.10 In Vitro Peritoneal Macrophage Phagocytosis of FITC-labeled
43816 and IAS565 Bacteria
Non-elicited peritoneal macrophages from C57BL/6J mice were isolated and
cultured 1:100 with opsonized FITC-labeled bacteria in duplicates for each

experiment. *, p =0.04.
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Figure II1.11 In Vitro Peritoneal Macrophage Killing Assay
Freshly isolated, non-elicited PM¢s from C57BL/6J mice

were incubated with 10% CFU of IA565 or 43816 at a bacteria to cell
ratio of 1:1. Bacterial cells were also incubated in 5% normal mouse
serum before addition to PM¢s. Data were obtained from one
experiment and are represented as a percentage of input bacteria
calculated from the number of bacteria that grew out of the aliquot
taken at 30 and 90 minutes post incubation divided by the total
bacteria added at O minutes.
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inhibition of growth when compared to wells containing opsonized bacteria alone.
Cytospin slides were prepared from PM¢s incubated with strain IA565 and 43816
at a bacterium to cell ratio of 100:1. Cells were harvested at 30, 45-60 and 90 minutes
post co-incubation from 2 independent experiments. A total of 400 peritoneal
macrophages were counted and the numbers of intracellular, phagocytosed bacteria were
determined. This was done to calculate the PM¢ phagocytic index (PI) for each strain
(Table 111.3). The PI index for strain IA565 is higher than that for strain 43816; however,
there was no statistical significance indicating that the difference in in vivo pathogenicity

of these two strains cannot be correlated with these in vitro data.

In vivo alveolar macrophage phagocytosis of K. pneumoniae strain 1A565 and 43816

Because of the inconsistencies in the above mentioned in vitro experiments and
the use of a less relevant cell type (PM¢) to study pulmonary pathogens, an in vivo
pulmonary phagocytosis assay was performed to address the susceptibility or resistance
to alveolar macrophage (AM¢) phagocytosis of both strains. BALSs were performed 2
hours post intratracheal inoculation with 10° and 10° CFU of strain 43816 and 1A565 and
4 hours post inoculation with 10° CFU of strain 43816 and IA565. Cytospin slides were
prepared (Table 111.4) with Figure 111.12 showing a representative image of strain 43816
and 1A565 phagocytosed by AM¢s. The calculated Pl index for strain IA565 was
significantly higher than that for strain 43816, but only at 2 hours post inoculation at the
high dose and not at the lower dose. Furthermore, at 4 hours post inoculation, both

strains had similar Pl indexes. This suggests that resistance to phagocytosis early on
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Figure I11.12 In Vivo Alveolar Macrophage Phagocytosis of K. pneumoniae
Representative images of the cytospins are shown for strain 1A565 (A) and
43816 (B) infected mice at 400X. Arrows point to bacterial cells contained
within the alveolar macrophages.
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during infection likely contributes to the virulence of strain 43816. Conversely, the
enhanced early phagocytosis and clearance of strain IA565 may explain its avirulence in
the murine host. Interestingly, at all the time points, the lung CFU in 1A565 inoculated
animals was significantly lower than in 43816 infected animals.

BAL supernatants were also analyzed for protein cytokine levels of MIP-2, KC,
MIP-1a, MCP-2 and TNFa (Table 111.5). Although, no significant cytokine level
differences were seen in the BAL fluid from these infected mice.

Collectively, these results suggest that although AM¢ enhanced phagocytosis of
strain IA565 may contribute to its rapid clearance, other factors are most likely playing a

role in its avirulence.

Adherence and invasion of 43816 and 1A565 into type Il alveolar epithelial cell lines

Since the enhanced phagocytosis of strain IA565 seems to only partially account
for lack of virulence, lung epithelial adherence and invasion, as other host mechanisms
responsible for IA565 avirulence, were explored. One of the key steps in bacterial
pathogenesis is intimate attachment to host cell surfaces. Because the bronchial and lung
epithelium comprises a large surface area and can be a primary target during lung
infection, these are ideal cell types to use to assess the role of epithelial cells during K.
pneumoniae pathogenesis. The A549 and MLE-12 cell lines are both well differentiated
epithelial cells with many of the characteristics of type Il alveolar pneumocytes,
including surfactant production and expression of differentiated cell markers [11-13].

In this study, the human, A549, and murine, MLE-12, type Il lung epithelial cell

lines were used in in vitro adhesion and invasion assays to determine if there are any
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Table II1.5 Alveolar Macrophage In Vivo Phagocytosis:
BAL Supernatant ELISA*

Time point and

Dose Strain MIP-2 KC MIP-1a MCP-1 TNFa
2hr
control - - - 0.063 (.001) -
2.8x 10° 43816  0.573(0.3) - 0.008 (0.002) 0.076 (0.002) 0.142 (0.02)
1.4x 10° IA565 0.684 (0.2) 0.401(0.2) 0.030(0.01) 0.078 (0.005) 0.335(0.1)
2hr
control - - - 0.058 (0) n.d.
1.4x10° 43816  0.307 (0.1) 0.064 (0.03) 0.047 (0.01) 0.079 (0.002) n.d.
1.4x10° IA565 0.327 (0.09) 0.031(.03) 0.032(0.01) 0.075(0.01) n.d.
4hr
control - - - 0.063 (0.001) -
1.1x10° 43816  1.002 (0.2) 1.626 (0.2) ++ 0.131 (0.007) 1.118(0.2)
1.3x10° IA565 0.868 (0.05) 1.144(0.3) 0.555(0.3) 0.198 (0.03) 0.542(0.2)

*BAL fluid was isolated from mice 2-4 hours post intratracheal inoculation and protein ELISAS
were performed as described in Materials and Methods. Data from the 2 hour time point at 10°
dose are from 2 independent experiments with 9-10 animals per group. The remaining data are
from one experiment with 4-5 animals per group.

Data are presented as mean (SEM) in ng/mL.

n.d. = no data. ++ = levels were above the upper limit of the standard curve.
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differences between strains IA565 and 43816 to account for their in vivo virulence.
IA565 and 43816 bacteria were incubated with A549 and MLE-12 cells and adhesion
was assessed after short incubation times and vigorous washing to remove loosely
adhered bacteria (Figure 111.13). For bacterial invasion assays using A549 cells, a similar
method was performed, but after vigorous washing, cells were incubated with
gentamycin, to kill extracellular bacteria, and then lysed to release the intracellular
bacteria (Figure 111.14).

There were no significant differences in adherence and invasion of 1A565 and
43816 bacteria into A549 cells (Figure 111.13A and Figure 111.14). Similar adherence and
invasion properties of IA565 and 43816 are not surprising since both are human clinical
isolates. One would assume that since both are able to cause human respiratory disease,
they would also behave the same way in vitro using a human cell line. On the other hand,
if the in vivo pathogenicity of both strains were different in humans, the adherence and
invasion data would contradict that observation and illustrate the disconnect between in
vivo and in vitro modeling. However, the pathogenicity of each strain in humans is
unknown.

In Figure 111.13B, there is a trend for a greater adherence of 1A565 bacteria to
MLE-12 cells when compared to 43816 bacteria. No statistics could be run because there
were too few data points from the two experiments. However, this trend could explain
the virulence associated with strain 43816. Although adherence is an important step
during pathogenesis, binding to epithelial cells and triggering an immune response would
not be a desired effect if immune evasion was a virulence strategy. Therefore, the

enhanced ability of strain IA565 to adhere to MLE-12 cells could promote their detection
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Figure I11.13 Adherence of IA565 and 43816 to A549 and MLE-12 cells
A549 (A) and MLE-12 (B) cell monolayers were exposed

to IA565 and 43816 bacteria at a cell to bacteria ratio of about 1:100.

At various times post co-incubation, the cells were vigorously washed,
trypsinized (A549) or scrapped (MLE-12) and lysed. An aliquot of this
suspension was plated and bacteria CFU after treatment was determined.
Data are presented as a percent of total bacteria that adhered and are

from two independent experiments.
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Figure I11.14 Invasion of 43816 and IA565 bacteria into A549 cells

A549 cell monolayers were exposed to 1A565 and 43816 bacteria

at a cell to bacteria ratio of about 1:100. At various times post co-incubation,
the cells were vigorously washed, incubated with gentamycin, trypsinized,

and lysed. An aliquot of this suspension was plated and bacteria CFU after
treatment was determined. Data are presented as a percent of total bacteria that
adhered and are from two independent experiments.
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and rapid activation of the immune response to phagocytose and clear this organism from
the murine host.

Cytokine levels in the supernatants of these cultures were also analyzed via
ELISA to detect any differences between IA565 and 43816 induced cytokine production
in these cells. Supernatants of MLE-12 cells incubated with IA565 and 43816 bacteria
were harvested at 3, 6 and 12 hours post co-incubation (Table 111.6). Levels of MIP-2,
KC, TNFa, IL-10 or IL-12 were not detected. And of those cytokines that were detected,
MCP-1, RANTES, and IP-10, no significant differences were observed. Supernatants of
A549 cells incubated with 1A565 and 43816 bacteria were harvested at 6 and 24 hours
post co-incubation (Figure I111.15). There were no significant differences in the levels of
IL-8, RANTES, and MCP-1 in the supernatant of A549 cells cultured with 43816 and

IA565 bacteria (Figure 111.15A, B and C, respectively).

Effect of D-mannose on adherence to MLE-12 cells and survival of 1A565 and 43816
infected mice

As stated in the previous chapter, type 3 fimbriae binding to cell surfaces are not
inhibited by mannose whereas type 1 fimbrial mediated binding is mannose-sensitive. To
determine the potential contribution of type 1 fimbriae during K. pneumoniae adherence
to MLE-12 cells, two independent adherence assays were carried out with or without the
presence of D-mannose (Figure 111.16A and B). In the first experiment, strain 1A565
adherence to MLE-12 cells was inhibited with the addition of D-mannose at 120 minutes
post incubation (Figure 111.16A). However, this trend was not seen in the second

experiment and at 45 and 75 minutes post incubation, addition of D-mannose increased
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Table II1.6 Supernatant Cytokine Analysis of MLE-12 Cells

Cultured with K. pneumoniae®

bacteria to

Time point Sample cell ratio MCP-1 RANTES IP-10
3hr control 0.08 (0.01) - -
43816 1:1 0.216 (0.03) - 0.003 (0.003)
100:1 0.200 (0.02) - 0.005 (0.003)
IAS565 1:1 0.195 (0.004) - 0.006 (0.01)
100:1 0.167 (0.03)  0.016 (0.02) 0.024 (0.01)
6hr control 0.120 (0.01)  0.067 (0.01) 0.013 (0.001)
43816 1:1 0.198 (0.01)  0.091 (0.006) 0.046 (0.01)
100:1 0.197 (0.01)  0.107 (0.01) 0.064 (0.02)
1A565 1:1 0.194 (0.03)  0.121 (0.01) 0.071 (0.002)
100:1 0.152 (0.02)  0.081 (0.005)  0.065 (0.01)
12hr control 0.109 (0.02)  0.140 (0.02) 0.031 (0.002)
43816 1:1 0.157 (0.01)  0.232(0.01) 0.113 (0.001)
100:1 0.201 (0.04)  0.257 (0.01) 0.209 (0.02)
1A565 1:1 0.113 (0.003) 0.319 (0.02) 0.122 (0.004)
100:1 0.120 (0.005) 0.240 (0.01) 0.163 (0.01)

* Supernatants were harvested from MLE-12 cells incubated with strain IA565 and 43816
as described in Materials and Methods. For control samples, wells were in duplicates and
experimental samples were plated in triplicates. Data are presented as mean (SEM) in

ng/mL and are from one experiment.
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Figure II1.15 Supernatant Cytokine Analysis of A549 Cells
Cultured with K. pneumoniae

Supernatants were harvested from A549 cells incubated with
strain 1A565 and 43816 at a bacterium to cell ratio of 10:1
and 100:1 at 6 and 12 hour time points. Levels of IL-8 (A),
RANTES (B) and MCP-1 (C) are shown. Experimental
samples were plated in duplicate. Data are from two
independent experiments.
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Figure I11.16 Effect of D-Mannose on In Vitro Adherence and In Vivo Survival
MLE-12 cell monolayers were exposed to IA565 and 43816 bacteria at a cell to
bacteria ratio of about 1:100 (A) and 1:500 (B) in duplicates. D-mannose at a
concentration of 50mg/mL was added. At various times post co-incubation, the
cells were vigorously washed, scraped of the culture dish and lysed. Bacterial
CFU after treatment was determined. Data are presented as a percent of total
bacteria that adhered. (C) C57BL/6J mice were intranasally inoculated with 8 x
10° CFU of strain 43816 and 8 x 10° CFU of strain 1A565 at day 0. Mice were
intranasally injected with 15uL of 1mM D-mannose at day 1, 2, and 3 post
infection. Data are from one experiment with 4 animals per group.
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IA565 adherence (Figure 111.16B). These data suggest that IA565 and 43816 binding to
MLE-12 cells is type 1 fimbriae independent.

To determine if D-mannose will alter the outcome of infection, C57BL/6J mice
were intranasally infected with 8 x 10° CFU of 43816 and 8 x 10° CFU of strain 1A565
and were intranasally given 15uL of ImM D-mannose at day 1, 2 and 3 post infection
(Figure 111.16C). Addition of D-mannose did not change the outcome of disease for
43816 infected animals (LD100) and 1A565 infected animals (LDy). If during 43816
infection a decrease in mortality was observed, D-mannose would presumably be
blocking or inhibiting a virulence trait. If an increase in mortality was seen in 1A565
infected animals, D-mannose would presumably serve a function that allows strain IA565
to cause disease. However, it is possible that the amount of D-mannose given was not
enough to observe any biological phenotypes. Thus, D-mannose did not alter the

outcome of infection in these mice.

Strain 1A565 stably colonizes the nasal cavity of wild-type and immunocompromised
mice

Since K. pneumoniae strain 1A565 is rapidly cleared from the lungs of mice, its
ability to colonize the mucosal surfaces of the nasal cavity was investigated. C57BL/6J
wild-type untreated, neutrophil, and AM¢ and neutrophil depleted mice were intranasally
inoculated with 1.4 x 10° CFU of strain IA565. Bacterial CFU levels in the nasal cavity
were assessed at 12, 24, 48 and 72 hours post inoculation (Figure 111.17A). At each time

point, the levels of strain 1A565 CFU in the immunocompromised mice were slightly
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Figure I11.17 Nasal Cavity CFU of IA565 Infected Wild-Type and
Immunocompromised Mice
Wild-type, neutrophil, and AM¢ and neutrophil depleted C57BL/6J mice
(A) were intranasally inoculated with 1.4 x 108 CFU of strain 1A565 and
the nasal cavity was harvested at the indicated time points for CFU. Data
were generated from one experiment with 3 mice per group. C57BL/6J
mice (B) were inoculated with 106 CFU of strain 1A565 and the nasal cavity
CFU was determined. Data were generated from two independent
experiments for a total of 10 mice per group. Nasal cavity bacterial
numbers are for the entire organ. LOD, limit of detection.
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higher than wild type untreated mice. However, this was not statistically significant
because of the small number of data points. In addition, for each group at each time
point, the CFU levels remained constant indicating that strain 1A565 not only colonizes
the nasal cavity of immunocompetent and immunocompromised mice at similar levels,
this colonization is stable showing no decrease in bacterial numbers 3 days post
inoculation.

To determine how long strain IA565 can be detected in the nasal cavity,
C57BL/6J wild-type mice were intranasally inoculated with 10° CFU of strain IA565.
Bacterial levels were determined at week 1, 2 and 3 post challenge (Figure 111.17B).
Surprisingly, there are still significant levels of IA565 in the nasal cavity even at 3 weeks

post inoculation suggesting that 1A565 colonizes this site both stably and persistently.

Strain 1A565 stably colonizes the nasal cavity of germ-free mice

Because immunodeficiency did not significantly affect the ability of strain 1A565
to colonize the nasal cavity, Swiss Webster germ-free (GF) mice were intranasally
challenged with this strain to determine whether the absence of the normal mucosal
microbiota in the upper respiratory tract would alter IA565 colonization. Figure 111.18
shows the CFU levels of strain IA565 at day 1, 7, and 21 post intranasal challenge in
C57BL/6J, Swiss Webster, and Swiss Webster GF mice. Although the CFU levels at day
21 were lower than day 1 levels of each group, there are still significant amounts of
IA565 bacteria in the nasal cavity even at 3 weeks post inoculation. Furthermore, similar
to the results obtained from the immunodeficient mice; bacterial levels were not

statistically different between the wild-type and GF mice. These data suggest that, unlike
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the lungs, strain IA565 is not rapidly cleared from the nasal cavity and can stably and
persistently colonize this organ in immunocompetent, immunodeficient and germ-free
mice. Thus, upper respiratory tract colonization of strain 1A565 is unaffected by host

innate defenses and presence of the normal microbiota.

Generation of antibiotic resistant strains of IA565 to examine Gl tract colonization

From the previous data, strain 1A565 exhibits commensal behavior. Because the
Gl tract houses more than 99% of the normal microflora, the ability of strain 1A565 to
colonize this area was determined. Strain IA565S, a streptomycin resistant derivative of
IA565, and strain IA565pAMA401, 1A565 transformed with pAM401 containing a
chloramphenicol resistance gene, were generated to easily culture out and quantify Gl
tract colonization of these strains. C57BL/6J mice were pretreated with cephoperazone, a
broad-spectrum antibiotic, for 4 days in their drinking water and then given normal water
for 24 hours. These mice were then orally gavaged with 10’ CFU of 1A565pAM401 and
IA565S on 2 consecutive days (day 0 and 1). The small and large intestine and cecum
were harvested at day 2 and 7 to determine Gl tract CFU (Figure 111.19). For both strains,
the CFU levels dropped about 3-5 logs from day 2 to day 7 post gavage. However,
IA565pAM401 day 7 Gl tract CFU levels seemed to decrease more so than day 7 levels
of IA565S from their respective day 2 levels. This greater difference in bacterial
numbers of IA565pAMA401 was attributed to the absence of selective pressure to keep the
chloramphenicol resistance marker. Since the acquired streptomycin resistance of strain
IA565S is due to a chromosomal mutation and has been shown to be stable and difficult

to eliminate [14], IA565S was used for the remainder of these studies. Figure 111.20
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Figure II1.20 Growth Curve of IA565 and IAS65S

In 50mLs of LB medium, 108 CFU of strain IA565 and IA565S was inoculated
and incubated at 37°C while shaking at 125rpm. Aliquots were taken and plated
for CFU approximately every hour.
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shows an identical growth curve of both IA565 and IA565S indicating no growth defects

in this derivative.

Gastrointestinal tract colonization of wild-type mice with strain IA565S

To determine the ability of IA565S to colonize the Gl tract for longer periods of
time, C57BL/6J mice were orally gavaged twice with 10’ CFU of strain IA565S for 2
consecutive days after cephoperazone treatment. The Gl tract CFU levels were assessed
at days 6, 13, and 20 post gavage (Figure 111.21). 1A565S bacterial CFU were similar for
each organ analyzed at each time point suggesting that this strain can both stably and

persistently colonize the Gl tract of mice.

Gastrointestinal tract colonization of germ-free and gnotobiotic mice with strain IA565S
Since upper respiratory tract colonization of strain IA565 is not affected by the
absence of the normal microbiota, strain IA565S Gl tract colonization of GF mice was
determined to see if the colonization of this mucosal site is also independent of the
normal flora. Swiss Webster wild-type and GF mice were intranasally inoculated with
10° CFU of strain IA565S. Gl tract CFU levels were analyzed at day 7 and day 21 post
challenge (Figure 111.22). Unlike in the nasal cavity (Figure 111.18), the absence of the
mucosal microbiota significantly increases the colonization levels of strain IA565S in the
Gl tract (Figure 111.22, white and black bars at each time point in each organ, p < 0.0001).
The GI tract CFU in GF mice were about 10*-10° fold higher than those levels in
conventionally reared animals. These data suggest that the presence of the microflora in

wild-type mice suppresses the growth of strain 1A565S.
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Figure II1.21 Long Term IAS6SS Gastrointestinal Tract Colonization in Mice
C57BL/6J mice were orally gavaged with 107 CFU of strain 1A565S for two
consecutive days after 4 days of cephoperazone treatment. On day 6, 13, and 20
post initial gavage, the small and large intestine and cecum were harvested for CFU
analysis. Data were generated from one experiment with 4 mice per group.

117



"891W 49 SA 331W [01U0D ‘T0000 >d

"aunsalul abJe] ‘I ‘sunssiul

[lews ‘IS ‘N4D 10} passasse pue uole|naoul 1sod TZ pue 7 ‘T Aep uo psisaAley alom sueblo |9
*dnoub Jad 801w QT Yum siuswiliadxe Juspuadapul g woiy pajelsusb alem eleq ‘'SG95VI ulells
JO N4D 40T YUM parejndoul Ajjeseueliul a1am ad1w aa4y widh pue adA)-plim J81SgaM SSIMS
DA 34 uLIdD) pue ddL T -PIAL 19ISGIAN SSIMS Jo uonezIuo[o) I SSISVI TT'III 4n3ig

17 Aep L Aep I Aep

ITWne) IS JTwWnd) IS JT Wndd) IS

001
-10T
20T
0T
01
s 0T
90T
=01
s 01
419 R 601

[onuo)y ] ~or 01
-0l

3/nAD

118



Furthermore, Swiss Webster mice containing only the 8 strains of the altered
Schaedler flora (ASF) were orally gavaged 3 times with 10° CFU of strain 1A565S (day
0, 2, and 4). 1A565S bacterial levels in the Gl tract were analyzed at day 7, 14 and 21
post gavage (Figure 111.23). Interestingly, not only were bacterial CFU levels in each
organ at each time point significantly higher in the ASF mice than wild-type mice (p <
0.05), IA565S CFU levels fell between those recorded for the GF and wild-type mice.

Collectively, these data suggest that IA565S can both stably and persistently
colonize the GI tract of mice. However, the level of IA565S colonization is dictated by
the number of commensals in the gut. That is, there seems to be an indirectly
proportional relationship between 1A565S colonization and normal levels of the gut

microflora.

Disease progression during murine colitis is unaffected in the presence of 1A565

Data thus far indicate that strain 1A565 can stably and benignly colonize the Gl
tract of mice. As stated in Chapter I, there are commensals in the GI tract that are known
to be probiotic benefiting the host in maintaining overall good health and even alleviating
symptoms associated with IBD. To assess the probiotic potential of IA565S during
intestinal inflammation, two different murine models of colitis, induced by dextran
sodium sulfate treatment and Citrobacter rodentium infection, were used and progression
of disease was monitored. Figure I11.24 A and B shows the experiment set-up used in the
C. rodentium and DSS model, respectively. Both DSS and C. rodentium treated mice
developed diarrhea at day 3-4 post treatment with the former treatment being both severe

and bloody. The oral gavage of strain 1A565S into these treated mice did not reduce or
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Figure I11.23 IA565S GI Colonization of Swiss Webster ASF Mice

Altered Schaedler flora Swiss Webster mice were orally gavaged with 106 CFU of
strain IA565S at day 0, 2 and 4. Data were generated from one experiment with 2
mice per group. Gl organs were harvested on day 7, 14 and 21 post inoculation
and assessed for CFU. SI, small intestine; LI, large intestine.

p < 0.05: Control mice vs ASF mice, except for Sl on day 21.
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Figure I11.24 Experimental Setups for Induction of Murine Colitis
Setup for Citrobacter rodentium (A) and 3% dextran sodium sulfate,
DSS (B) induced intestinal inflammation and 1A565S inoculation.
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eliminate diarrhea. In addition, colons were removed for histological analysis from these
mice to visualize the degree of inflammation induced (Figure 111.25). The colons of both
wild-type (Figure 111.25A) and IA565S alone mice (Figure 111.25B) display
characteristics of a normal colonic mucosa with the crypts being straight, well-defined,
and sitting on the muscularis mucosae. Thus, strain 1A565 colonizes the Gl tract very
well and the host does not show signs of gastrointestinal damage indicating that strain
IA565 behaves like a commensal.

No differences were noted in the C. rodentium alone (Figure 111.25C) and IA565S
and C. rodentium (Figure 111.25D) groups. The colons from both groups displayed heavy
inflammatory cell infiltrate (black arrowhead) and colonic hyperplasia (overall denser
staining compared to wild-type and 1A565S alone). Characteristic of C. rodentium
induced inflammation, there is significant loss of crypt morphology with elongation
(double headed arrows) and mucosal thickening (box) indicating an overall strong
inflammatory response. Pretreatment with 1A565S also did not affect the histological
outcome of DSS treatment. DSS alone (Figure I11.25E) and IA565S and DSS treated
(Figure 111.25F) mice were similar in that both colons exhibited inflammatory cell
infiltrate (black arrowheads), severe submucosal edema (line with arrow), and crypt
destruction and elongation (double headed arrows). DSS treated mice also displayed
more structural damage compared to C. rodentium infected mice already indicating
significant differences in induced inflammation between these 2 colitis models.

In the DSS model, C57BL/6J mice were orally gavaged with strain IA565S with
or without 3% DSS administration. Another group of mice were given 3% DSS only.

The weight of these mice was recorded (Figure 111.26). The average weight of IA565S
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Figure I11.26 Weight of IAS65S Infected DSS-Treated Mice
Mice given 3% DSS with or without IA565S treatment were
weighed once a day for 7 days post DSS treatment. Data were

generated from 2 independent experiments with 8 mice per group.
*, p <0.005.
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and DSS treated mice were found to be significantly lower than that of the other groups
(p < 0.005). However, as stated before, IA565S treatment did not reduce diarrhea or
intestinal inflammation (Figure 111.25F) suggesting that the difference in weight may be
statistically significant but not biologically significant.

Collectively, these results indicate that strain IA565S cannot alleviate or prevent

any of the disease manifestations during these models of murine colitis.

Alteration of gastrointestinal colonization of strain IA565 during murine colitis

To assess the potential alteration of IA565S Gl tract colonization during intestinal
inflammation induced by DSS treatment and C. rodentium infection, fecal pellets and Gl
tracts were collected and analyzed for IA565S CFU levels. For the C. rodentium model,
C57BL/6J mice were orally gavaged with strain 1A565S alone, C. rodentium alone, or
IA565S and C. rodentium. Fecal pellets from these mice were collected to indirectly
assess for CFU levels of both IA565S and C. rodentium in the Gl tract (Table I11.7).
IA565S fecal CFU numbers in the IA565S alone group were at constant levels of around
10%-10* CFU/qg feces. 1A565S fecal CFU levels in the IA565S and C. rodentium group
were also constant from day 1-7, decreased dramatically at day 9 and day 11, and then
jumped back from undetectable amounts to levels around 10* CFU/g feces. The amounts
of C. rodentium bacteria in the C. rodentium alone and the 1A565S and C. rodentium
group peaked at day 9 and day 5, respectively at around 10’ CFU/g before returning to
around 10*-10° CFU/g feces. These mice were sacrificed at day 14 and Gl tract organs
were harvested for CFU analysis (Figure 111.27). The bacterial levels of IA565S in both

the 1A565S alone and 1A565S and C. rodentium group were similar for each of the

128



‘W3S + N4 uesw
se pajuasald ase ajeg "dnoub Jad 321w g Yrim syuawiiadxa juspuadapul Z wo.u) pajesausb aiam eleq

'SPOUISIAl pue S[eLISIR|A Ul PagLIosap se
JUBWIRa)) SGOGVI INOYIIM JO YIIM WNIUSPOJ D YIIM Pal1aajul 801w WOJ) Pa1oa]|0d aiam s1a|[ad [eaa,.

0T X '8 ++0T XE'T yOT XTT++0TXTT sOT X9'T+s0T XT'C WOTXTTF0TXTT €1 Aeq
vOT XG'8+s0T X6'T 0+0 0T XL'L+.0TXET 0T X0 € ++0T XEE 11 Aeq
0T XLEFOTXTY 8€¢ + 8E¢C 90X 06 +:0TX0°¢ 0T X8T ++0T XV¥'C 6 Aeq
0T XGT+e0TXLE 0T XV'EF+0T XEY 0T XL'G+.0TXZT e0T X L'€+¢0T X8 L Keq
0T X9'L+.0TXGT 0T X6 CF 0T X T'Y 0T XB8T++0TXT9 e0T X9'C +¢0T X8'9 S Aeq
e0T X6'C +¢0T X8 yOT X L'E++0T X0V e0T XT'C+¢0T X0'€ 0T XET +v0T XEC I Aeq
04D wnhuspos *9 N4 SS9SVI 9uo[e WNNUspos *J duofe SSISVI yutodoury,

dnou3 pajeany wnnuapod ) pue SSISVI

<IN PAJIIJUT WINNUBPOJ J819Bq0IND JO 1D 18994 LTI AIqEL

129



*dnoJb Jsad

90I1W 8 yum sjuswiiadxa Juapuadapul g wouy parelsuab alam ereq ‘N4 [el1s10eq

10J passasse pue pajsaAley alam sueblo |9 uolldayul wniuapod ") 1sod T Aep

Je PadIJLIO.S BJaM JuBWILaI] SG9GVI INOYNM 10 UM WNIUSPOL "D UHM Paldajul 8ol
SI[0D) YHIM DI UT (11D [BUPSHUIONSED) WNIUSPOS D PU. SSISVI LT'TIT dIN31g

UNSAAUI IR  WNII)) JUNSIU [[eWS
|

\\_ . 001
m 0T
\ i
. ““ 01
(IO WNUapod *D) \
WNHUapos ' PUe SSOSVI W ! m
7 01
(NAD SSISVD o 2 e -v.: qm
winiuspoJ D pue SS9SVI w7 )
duo[e WNNUBPOS ') [ !
Quofe SSISVI [ !

~g01

130



organs (white and hatched bars). And, except for the large intestine CFU of the C.
rodentium alone group, similar bacterial levels of C. rodentium were also seen for the C.
rodentium alone and 1A565S and C. rodentium group. The increase in the large intestinal
C. rodentium CFU levels were only seen in one of the two experiments. In the second
experiment, similar bacterial levels of C. rodentium were seen for both the C. rodentium
alone and 1A565S and C. rodentium group. Fecal pellet CFU titers at day 13 of each
group seemed to correlate with the day 14 large intestinal CFU levels except for the C.
rodentium alone group. The large intestinal CFU for that group was around 10’ CFU/g
whereas the fecal pellet CFU was around 10° CFU/g. Thus, C. rodentium induced
intestinal inflammation did not alter IA565S Gl tract colonization.

In the DSS model, C57BL/6J mice were orally gavaged with strain IA565S with
or without 3% DSS administration. Another group of mice were given 3% DSS only.
Fecal pellets were collected and analyzed for CFU (Figure 111.28A). There were no
differences observed in the fecal pellet IA565S CFU levels in either group at each of the
time points (Figure 111.28A). At day 7 post DSS treatment, the GI tract organs were
harvested for CFU analysis. Interestingly, day 7 Gl tract IA565S CFU levels between the
IA565S alone and IA565S and DSS treated group were significantly different (Figure
111.28B, p < 0.0005). With DSS treatment, the Gl tract colonization of strain IA565S
increases dramatically in contrast to colonization levels during C. rodentium infection
(Figure 111.27).

Collectively, these data indicate that DSS induced, but not C. rodentium induced,
intestinal inflammation significantly alters the gastrointestinal colonization ability of K.

pneumoniae strain 1A565.
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Figure 111.28 Fecal Pellet and GI Tract CFU in IAS65S Infected DSS-Treated Mice
Mice were given 3% DSS with or without IA565S treatment. Fecal pellets were collected
and analyzed for IA565S CFU once a day for 7 days post DSS treatment (A). At day 7,
animals were sacrificed and GI organs were harvested for IA565S CFU (B). Data were
generated from 2 independent experiments with 8 mice per group. *, p < 0.005.
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Discussion

Mechanisms determining lung colonization and infectious outcome of strain 1A565

In culture, strain 43816 and 1A565 both grow equally well in tryptic soy broth,
phosphate buffered saline, mouse whole blood and bronchoalveolar lavage fluid (Figure
111.8). However, when these strains are used in a murine model of acute bacterial
pneumonia, the dissimilarity in pathogenesis is extreme. Murine challenge with strain
IA565 induces no mortality and is very rapidly cleared from the lungs with low levels of
chemokine induction (Figure 111.2). Astonishingly, this is also observed in IA565-
challenged mice that are depleted of TNFa, IFNy, neutrophils, alveolar macrophages, and
T and B cells (Figure 111.4, 6-7). Conversely, during K. pneumoniae 43816 pulmonary
infection, the lack of pro-inflammatory cytokines and innate phagocytic cells leads to
significant increases in bacterial burden and mortality.

Strain 43816 may just also be an atypical pathogenic strain of K. pneumoniae. It
is most commonly used in murine models of pneumonia because of its virulence. There
have been comparative studies performed using various K. pneumoniae isolates in murine
models of pneumonia. Specifically, Yadav et al. noticed a difference in the rate of
clearance and level of persistence in the lungs between two K. pneumoniae, K2 strains,
43816 and B5055 [15]. Strain 43816 persisted longer in the host with higher levels of
CFU in the lungs compared to strain B5055. In another study, a rat model was also
established which displays classical symptoms for K. pneumoniae pneumonia found in
humans using clinical isolates with two varying serotypes [16]. These strains displayed

differences in their ability to establish chronic lobar pneumonia with only one causing

133



significant lung pathology, further emphasizing the K. pneumoniae strain specificity
associated with establishing respiratory tract infections. The point being that the
biological readouts, i.e., high bacterial loads and significant mortality, associated with
strain 43816 respiratory infection is not common to or representative of all K.
pneumoniae strains.

It is possible that within the lung environment, strain 43816 harbors a genetic
factor, absent in strain 1A565, which confers some growth advantage and thus enabling
strain 43816 to cause disease. Several such factors have been described in other
pulmonary pathogens. In Cryptococcus neoformans, glucosylceramide (GlcCer) is a
glycosphingolipid located on the fungal cell surface. Using a C. neoformans GlcCer
mutant, this molecule was found to be critical for C. neoformans growth in the
extracellular but not the intracellular environment of the lung [17]. GlcCer was shown to
facilitate fungal cell cycle progression during growth in neutral/alkaline pH
environments, such as the lung alveolar spaces [17]. In addition, a defect in the Nox-2
gene in Group B Streptococcus (GBS), which encodes for a H,O-forming NADH
oxidase, reduced virulence by only affecting aerobic growth of this mutant [18].
Anaerobic growth of the nox2 mutant was indistinguishable from the wild-type GBS
strain. These studies show that even genetic factors involved in various metabolic
functions can play an important role in the virulence of pulmonary pathogens.

The inability of strain 1A565 to grow in the lung even in extremely
immunosuppressive conditions could be attributed to the lack of metabolic factors that
would otherwise enable it to grow in the specialized environment of the alveolar space.

Another possibility is that non-cellular components of the lung are restricting |A565
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growth. Surfactant, defensins, complement, lysozyme, lactoferrin, and cathelicidins are a
few of many airway secretion components involved in innate antimicrobial defenses [19].
A vast majority of those compounds serve as opsonins facilitating and enhancing
phagocytosis. However, since during the absence of phagocytic cells, strain 1A565 is still
unable to grow and persist in the lungs, it is unlikely that opsonins play a significant role
in its avirulence (Figure 111.4 and 111.5).

In this study, using a well established murine model of acute bacterial pneumonia,
IA565 does not cause respiratory disease because it is unable to grow and persist in the
lung environment. The host factors identified in this study that are not responsible for
this lack of growth are the proinflammatory cytokines, TNFa and IFNy, neutrophils,
alveolar macrophages and T and B cells. In the absence of these factors, strain IA565 is
still unable to grow to high titers and persist in the pulmonary airspace. Thus, either
some genetic property of strain IA565 is inhibiting lung growth or other innate immunity

factors within the lung is prohibiting 1A565 growth in this compartment.

Mechanisms determining mucosal tissue colonization of strain I1A565

In normal, healthy animals, lungs are kept sterile by effective host defense
mechanisms with bacteria generally confined to the upper respiratory tract [20].
Intranasal instillation of K. pneumoniae strain IA565 is immediately cleared in the lungs
by phagocytes of the innate defense system. However, this strain is able to stably and
persistently colonize the nasal cavity of wild-type mice out to 3 weeks post inoculation.
Furthermore, mice that are depleted of neutrophils and alveolar macrophages displayed

the same levels of IA565 CFU in the nasal cavities as wild-type mice with these
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immunodeficient mice displaying no pulmonary disease manifestations (Figure 111.17).
Thus, in the lung, an area of the host that is normally colonized by bacteria both poorly
and sparsely, strain IA565 is unable to take advantage of the induced deficiencies in the
host defense mechanisms to establish a pulmonary infection. This suggests that strain
IA565 lacks virulence mechanisms to cause disease. However, this strain is capable of
colonizing the upper respiratory tract where other microbes are normally confined to in
healthy animals. These results, coupled with the fact that K. pneumoniae is part of the
normal flora of both humans and mice, indicate that K. pneumoniae strain IA565 may
behave more like a commensal organism than an opportunistic pathogen.

Since the gastrointestinal tract houses more than 99% of the normal microflora,
the ability of strain IA565 to colonize this mucosal site was investigated. In wild-type
mice orally and intranasally instilled with a streptomycin resistant derivative of IA565,
IA565S, significant bacterial titers of this strain can be found in the GI tract even at 3
weeks post inoculation (Figure 111.21). Thus this strain is also able to stably and, most
importantly, benignly colonize the Gl tract of mice.

Furthermore, in the absence of the normal microbiota, the colonization levels of
this strain increases in the gut, but remains the same in the nasal cavity as compared to
CFU levels in wild-type mice (Figure 111.18 and 111.22). There are several possibilities to
explain this interesting observation. First, some bacterial genetic factor could be limiting
IA565 nasal cavity growth, giving the impression that nasal cavity colonization is
independent of the microbiota. Variation in oxygen tolerance of anaerobes is reported to
be related to superoxide dismutase levels, an enzyme that neutralizes superoxide radicals

generated from molecular oxygen [21]. K. pneumoniae is a facultative anaerobe but
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growth in the presence of high oxygen levels could be limiting growth in the nasal cavity
of both wild-type and germ-free mice, imposing a colonization threshold for this
bacterium. Second, the nasal cavity and the Gl tract are 2 very different environments
with their own defined niches for bacterial colonization. Many microbes have been
shown to monocolonize the Gl tract at levels of 10%-10° CFU/qg intestinal tissue [22-24].
And, although the CFU levels of the normal microbiota are not quantifiable because of
culturing limitations, these studies suggest that the Gl tract is capable of accommodating
a certain maximum load of microbial CFU. This may not be the case in the nasal cavity.
It has been reported that certain terminal carbohydrate structures in the mucin of the
murine nasal cavity can dictate susceptibility to bacterial colonization [25]. Thus, nasal
cavity colonization, even in the absence of normal flora, can be limiting and adhesion
sites not as accessible or promiscuous as the Gl tract.

Interestingly, IA565S colonization of altered Schaedler flora (ASF) mice was not
as robust as in GF mice, but was more so than wild-type, conventionally reared mice
(Figure 111.23). It is important to mention that the data from the ASF experiment were
generated from one experiment with 2 mice at each time point. Nonetheless, the
variations between each of the mice were minimal and CFU levels were found to be
statistically significant when compared to those of wild-type and GF mice. This suggests
that at least one of the ASF strains has the ability to either actively limit IA565S
colonization via secretion of inhibitory compounds; passively do so by minimizing
available adhesion sites and/or available nutrients; or a combination of both.

The 8 murine commensal strains colonizing ASF mice are listed in Table 1.1. Not

much work has been done with Mucispirillum schaedleri (ASF457), Eubacterium
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plexicaudatum (ASF492), and Firmicutes sp. (ASF500). However, Lactobacillus species
have long been known to secrete a variety of antimicrobial compounds including organic
acids, hydrogen peroxide and bacteriocins, bioactive peptides with bactericidal effects on
other microbes [26, 27]. In one study, L. murinus, isolated from rat feces, was grown in
culture and secreted compounds were purified and found to inhibit in vitro growth of
many enteric pathogens including E. coli, Enterococcus faecalis, Salmonella
typhimurium, and Shigella sonnei [28]. A Clostridium species, isolated from
conventional mice, was orally given to gnotobiotic mice followed by Shigella flexneri
inoculation. This limited S. flexneri growth to below limits of detection in the GI tract
[29]. Furthermore, culture filtrates of Bacteroides distasonis was shown to inhibit
polymorphonuclear cell chemotaxis and migration in vitro [30]. Thus, 5 of the 8 ASF
strains (ASF360, ASF361, ASF356, ASF519 and ASF 502) are likely candidates in
limiting strain 1A565S growth either by inhibiting host functions, secreting antimicrobial
products or by some other mechanism of colonization resistance.

Because strain 1A565 can colonize the Gl tract so stably and in such high titers in
wild-type and GF mice without causing sickness, its ability to elicit health benefits during
murine colitis was examined. The use of probiotics in murine models of colitis has been
previously described. In Citrobacter rodentium induced colitis, administration of
Bacillus subtilis spores, Lactobacillus rhamnosus, and L. acidophilus attenuated the
effect of C. rodentium in those mice as measured by decreased CFU levels in the colon
and decreased enteropathology in the colonic tissue [31-34]. In models of dextran
sodium sulfate (DSS) induced colitis, mice orally given DSS and E. coli Strain Nissle

1917 resulted in alleviation of body weight loss and colonic damage when compared to
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mice treated with DSS only [35, 36]. However, oral administration of strain IA565S did
not prevent or reduce diarrhea, weight loss or intestinal inflammation in these C.
rodentium and DSS treated mice (Figure 111.25 and 111.26) indicating that strain 1A565
does not behave like a probiotic in these models.

Interestingly, IA565S GI CFU levels in DSS treated mice were significantly
higher than those in DSS only treated mice (Figure 111.28B). In contrast, C. rodentium
infection did not alter IA565S CFU titers in the Gl tract (Figure 111.27). This may be
attributed to the inherent differences in initiation of inflammation during DSS and C.
rodentium induced colitis.

During self-limiting C. rodentium intestinal infections, there is heavy
inflammatory cell infiltration of the mucosa and submucosa with lymphocytes,
macrophages, neutrophils and mast cells [8]. T and B cells have been shown to mediate
much of the tissue pathology observed during C. rodentium infection [37]. The T-
lymphocytes present during inflammation are in environments of high IFNy, TNFa, and
IL-12 levels and are, thus, Thl polarized [38]. In addition, keratinocyte growth factor,
responsible for epithelial cell proliferation, is upregulated on the mucosal epithelium
during C. rodentium infection [38]. This observation is consistent with the crypt cell
hyperplasia seen during C. rodentium infection. The increase in epithelial cell
proliferation leads to a significant increase in crypt depth and is proposed to facilitate
host shedding of infected cells [39]. C. rodentium induced hyperplasia is reversible with
the crypt cells and length returning to normal after the bacteria is cleared.

In contrast, DSS treatment immediately destroys intestinal crypt cells before the

presence of inflammation [10] resulting in colonic mucosal permeability to luminal
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bacteria or bacterial products. DSS-induced inflammation is not dependent on T, B, or
NK cells as mice deficient in these cell types still develop colitis [40, 41]. DSS was
found to be toxic to epithelial cells causing injury [41, 42] as well as to inhibit colonic
epithelial cell proliferation [43, 44]. Furthermore, normal interaction between intestinal
lymphocytes and epithelial cells may be disrupted since DSS can aggregate T cells in
vitro on extracellular matrix plates [42].

The intestinal epithelial cell layer plays a vital role in mucosal tolerance and
immunity [45]. Commensal bacteria and their products are usually denied access to the
mucosa via the epithelial cell barrier which consists of mucin glycoproteins,
antimicrobial peptides and secretory IgA [46]. In IBD patients and murine models of
IBD, there is primary epithelial cell defects leading to permeability [10, 47] as well as the
requirement of T cells to maintain the chronic inflammatory state [48]. Thus, the
intestinal epithelium may be involved in regulating mucosal T cells. The significant
increase in IA565S colonization during DSS-induced inflammation may be due to
epithelial cell damage not present during C. rodentium induced inflammation. This cell
damage results in uncontrolled mucosal permeability to microbes and unregulated T cell
responses that create an environment conducive to IA565 intestinal overgrowth.

Collectively, these data indicate that K. pneumoniae strain 1A565 is truly a murine
commensal organism colonizing the upper respiratory and gastrointestinal tract in stable
and persistent levels. This strain does not behave like probiotic organism eliciting
beneficial and alleviative effects during murine models of IBD. However, its growth can
be affected by intestinal epithelial cell damage when mucosal tolerance to the microbiota

is dysregulated.
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Moreover, the presence of the normal microbiota in the Gl tract can suppress
growth of strain IA565, whereas in the microbiota in the nasal cavity has no effect on
IA565 colonization in that mucosal site. During non-specific inflammation generated
during DSS treatment, IA565 growth is increased suggesting that the dysregulation of
inflammatory processes has a direct effect on commensal GI growth. This is further
supported by the fact that during specific inflammatory processes generated towards the
self-limiting, enteric pathogen, C. rodentium, the GI colonization of 1A565 is unaffected.
Thus, the results from this study shed light on the mechanisms regulating mucosal tissue
colonization of strain 1A565.

These studies are the first to characterize host responses to K. pneumoniae strain
IA565, a murine commensal, in a pneumonia model and to identify host mechanisms

modulating its growth in two distal mucosal sites.
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Chapter 1V
Identification of Putative Virulence Factors in a Pathogenic Strain of K. pneumoniae

using a PCR-based Subtractive Hybridization Approach

Introduction

K. pneumoniae strain 43816 is an extremely virulent murine pathogen while K.
pneumoniae strain IA565 exhibits commensal behavior. To identify the genetic factors
that allow K. pneumoniae strain 43816 to cause disease, a PCR-based suppressive
subtractive hybridization (SSH) technique was performed.

Subtractive hybridization has been used to identify pathogenicity islands, mobile
genetic elements and differences in virulence gene expression in a variety of different
pathogens including Salmonella spp [1, 2], E. coli [3, 4], H. pylori [5], and K.
pneumoniae [6]. Employing the same PCR-based SSH technique used in this study,
uniquely expressed K. pneumoniae sequences were found to be highly homologous to the
Bordetella pertussis BvgAS gene [6]. BvgAS encodes a two-component signal
transduction system that has been shown to play an important role in pathogenesis [7, 8].
The BvgS homologue in K. pneumoniae, KvgS, was mutated via introduction of an
internal deletion and the resulting mutant was found to be as virulent as the parental

strain in a mouse peritonitis model [9].
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The major problems associated with subtractive hybridization are the difficulty in
isolating a complete spectrum of differentially represented clones as well as full length
clones. PCR-based SSH yields only small cDNA or genomic fragments making it hard to
determine how many different clones are represented in the subtraction products.
However, with the increase in DNA sequencing of microbial genomes and those
procedures becoming more efficient, it may be possible to analyze those short fragments
using microbial genome chips thus circumventing the aforementioned problems.

In this technique, the nucleic acid population from which one wants to isolate
unique sequence (the tester) is hybridized to complementary nucleic acids that are
believed to lack sequences of interest (the driver). Higher concentrations of driver
nucleic acid must be present during the hybridization step as it dictates the speed of the
reannealing reaction. Using single-stranded driver sequences is most efficient since the
concentration of driver only slightly decreases as driver-tester duplexes are formed. Over
time, driver-driver hybrids will compete with the reaction decreasing concentrations of
driver sequences and reducing subtraction efficiency [10]. After tester and driver
populations are allowed to hybridize, driver-tester hybrids and unhybridized driver are
removed constituting the subtraction step. The tester-tester sequences remaining can be
enriched using many positive selection methods, all of which require the tester population
to be pretreated or labeled in some way before hybridization occurs.

Tester nucleic acid can be initially treated with the Klenow fragment of DNA
polymerase | in the absence of nucleotides to trim the 3’ ends. This is followed by
addition of deoxynucleotide thiotriphosphates to protect the tester-tester end products and

not tester-driver and unhybridized driver sequences from exonuclease activity [11].
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Alternatively, the tester population is prepared by restriction endonuclease digestion to
generate sticky ends while driver sequences are not. After hybridization, the reaction
mixture is combined with DNA ligase and a vector with the corresponding sticky ends to
clone only tester-tester duplexes efficiently. The positive selection method used in this
study involved the ligation of specific primer binding sites to the ends of tester sequences
to allow exponential amplification of tester-tester hybrids and only linear amplification of
tester-driver duplexes.

In this study, using PCR-based genomic DNA and cDNA SSH, 9 DNA sequences
unique to pathogenic K. pneumoniae strain 43816 were identified and found to be highly
homologous to enteric bacterial genes regulating iron uptake, fimbrial-mediated
adhesion, energy production and conversion, transcriptional regulation, signal

transduction, restriction endonuclease activity and membrane transport.
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Results

Identification of uniquely expressed sequences present in strain 43816

To identify the presence of putative virulence factors in the pathogenic strain of
K. pneumoniae 43816, a PCR-based suppressive subtractive hybridization (SSH)
technique was used to enrich for DNA sequences present in strain 43816 but not the
nonpathogenic IA565 strain (Figure IV.1). This approach can identify genomic DNA
differences as well as gene expression differences using synthesized cDNA from total
RNA. Clontech’s PCR-Select™ Bacterial Genome Subtraction and PCR-Select™ cDNA
Subtraction kit protocols were performed on both genomic DNA and total cDNA from
strain A565 and 43816 (Figure 1V.1, Step A). DNA fragments obtained from both
subtractions were cloned (Figure 1V.1, Step B) and then used in a differential screening
protocol to help minimize the background of high non-differentially expressed sequences
present in the subtraction mixture (Figure 1V.1, Step C).

In step A, genomic and cDNA from strain 43816 and |A565 were isolated and
Rsal-digested. 43816 sequences were subdivided into 2 portions and each was ligated to
either Adaptor 1 or Adaptor 2R. Two hybridizations were performed and the
differentially expressed sequences were PCR amplified using primers complementary to
the adaptor sequences. Step A for both the cDNA and genomic SSH is shown in Figure

IV.2 and V.3, respectively.
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Figure 1V.1 Suppressive Subtractive Hybridization Protocol
Modified from BD Clontech Manual. The protocol is broken up into
step A-C and are referred to later on in the Results Section.
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b ¢ d

Figure 1V.2 cDNA Subtractive Hybridization Step A

A

Total RNA Isolation. Lane 1, 1Kb ladder; Lane 2 and 3, strain 43816; and Lane 4,
strain IA565. The major bands represent 16S and 23S rRNA, 1.5Kb and 2.9Kb
respectively.

cDNA Adaptor Ligation Efficiency. Unmarked lanes, 100bp ladder, Lanes:

a: Adaptor 1 ligated cDNA template with 23S Forward and PCR primer 1 primers
b: Adaptor 1 ligated cDNA template with 23S Forward and Reverse primers

c: Adaptor 2R ligated cDNA template with 23S Forward and PCR primer 2 primers
d: Adaptor 2R ligated cDNA template with 23S Forward and Reverse primers

23S Forward and Reverse primer amplicons = 273bp.

cDNA Subtraction Results. 100bp ladder, Lane 1, 1R control, 340bp; Lane 2, 2R
control, 200bp; Lane 3, 43816 “unique cDNA”; Lane 4, 43816 unsubtracted; Lane
5, IA565 “unique cDNA”; Lane 6, IA565 unsubtracted.

PCR Analysis of Subtraction Efficiency using 23S Primers. 100bp ladder, 273bp
amplicon. PCR cycles 18, 23, 28 and 33.
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Figure 1V.3 Genomic DNA Subtractive Hybridization Step A

A.

B.

Genomic DNA Isolation. Lane 1, 1Kb ladder; Lane 2 and 3, strain 43816; and
Lane 4 and 5, strain 1A565.

Rsal-digestion. Lane 1 and 2, E. coli control digested DNA; Lane 3, 43816
undigested; Lane 4, 43816 digested; Lane 5, IA565 undigested; and Lane 6, IA565
digested

DNA Adaptor Ligation Efficiency. Unmarked lanes, 100bp ladder, Lanes:

a: Adaptor 1 ligated DNA template with 23S Forward and PCR primer 1 primers
b: Adaptor 1 ligated DNA template with 23S Forward and Reverse primers

c: Adaptor 2R ligated DNA template with 23S Forward and PCR primer 2 primers
d: Adaptor 2R ligated DNA template with 23S Forward and Reverse primers

23S Forward and Reverse primer amplicons = 273bp.

DNA Subtraction Results. 100bp ladder, Lane 1, E. coli kit control subtracted
DNA,; Lane 2, 43816 “unique DNA” #1; Lane 3, IA565 “unique DNA” #1; Lane 4,
43816 unsubtracted DNA,; Lane 5, IA565 unsubtracted.DNA; Lane 6, 43816
“unique DNA” #2; Lane 7, IA565 “unique DNA” #2; Lane 8, E. coli subtracted
DNA,; Lane 9, 43816 unsubtracted DNA; Lane 10, IA565 unsubtracted DNA; Lane
11, E. coli unsubtracted DNA.

PCR Analysis of Subtraction Efficiency using 23S Primers. 100bp ladder, 273bp
amplicon. PCR cycles 18, 21, 24 and 27. Subtracted and unsubtracted #1 refers to
43816 and subtracted and unsubtracted #2 refers to 1A565.
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Adaptor ligation efficiency was performed to verify that at least 25% of the DNA
has adaptors on both ends. This was done by comparing the amplification signal of the
23S rRNA DNA to that of the PCR product generated using an adaptor primer and one of
the 23S rRNA DNA primers. Signal from the latter should be at least 25% of the former
(Figure 1V.1C and 1V.2B). This was indeed the case for each of the subtractions.

Analysis of subtraction efficiency was done using 23S rRNA DNA primers
(Figure 1V.2D and IV.3E). The presence or increased intensity of the PCR product in the
subtracted samples should happen during later PCR cycles compared to the unsubtracted
samples. For both genomic and cDNA subtractions in the 18 PCR cycles lane, there is
little to no 23S DNA amplification from the 43816 subtracted samples compared to the
unsubtracted samples. This indicates that the subtraction was successful in eliminating a
common gene between strains 43816 and 1A565.

The subtraction products from both forward subtractions, where 43816 is the
tester, and the reverse subtractions, where 1A565 is the tester, were run on a gel. The
banding patterns for Figure 1VV.2C, Lanes 3 versus 5 and for Figure 1V.3D, Lanes 6
versus 7, are visually very different indicating a large population of differentially
expressed sequences between the 2 strains.

The 43816 subtraction products were cloned (Figure IV.1, Step B). For the
cDNA subtraction, 889 clones were obtained and for the genomic subtraction, 709 clones
were obtained. Bacterial colony lysate PCR was performed on the cDNA (Figure 1V.4)
and genomic DNA (Figure 1V.5) clones to determine both presence and size of the

subtraction product insert.
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Figure 1V.4 cDNA Subtractive Hybridization Step B

43816 subtraction products were cloned and bacterial transformant
colony lysate PCR was performed using T3 and T7 primers flanking
the cloning site. Clones #: A, C101-148; B, C149-176; C, C177-232;
D, C233-280; E, C281-334; F, C335-385; G, C389-442; H, C443-496;
I, C497-550; J, C551-604; K, C605-658; L, C659-712; M, C713-766;
N, C767-820; O, C821-874; and P, C875-8809.
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Figure IV.5 Genomic DNA Subtractive Hybridization Step B
43816 subtraction products were cloned and bacterial transformant
colony lysate PCR was performed using T3 and T7 primers flanking
the cloning site. Clones #: A, G101-154; B, G155-190; C, G191-246;
D, G247-302; E, G303-355; F, G356-409; G, G410-463; H, G464-
517; 1, G518-571; J, G572-625; K, G626-679; and L, G680-709.
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Differential screening on cloned products from SSH technique

Of the 889 clones obtained from the cDNA subtraction, 437 clones were found to
contain an insert. Of the 709 clones obtained from the genomic DNA subtraction, 352
clones were found to contain an insert. Clones were grown in cultures and about 1-2uL
of each culture were spotted in duplicate onto nylon membranes. A differential screening
protocol (Figure 1V.1, Step C) was performed to help minimize the background of non-
differentially expressed sequences present in the subtraction mixture.

For the cDNA subtraction method, clones were spotted on 4 membranes which
were incubated in the presence of radioactively labeled total 43816 cDNA, total 1A565
cDNA, 43816 subtraction products (IA565 as driver) and 1A565 subtraction products
(43816 as driver) (Figure 1V.6). Clones were considered to be differentially expressed if
hybridization to only 43816 subtracted and unsubtracted probes occurred and if
hybridization to only 43816 subtracted products occurred. If hybridization occurs with
all probes, clones that hybridized to the 43816 subtracted products with a greater than 5-
fold intensity were considered to be differentially expressed. Of the 437 clones analyzed,
284 of those cloned sequences were considered to be differentially expressed.

For the genomic subtraction method, clones were spotted onto 2 membranes
which were then incubated in the presence of radioactively labeled total 43816 genomic
DNA and total IA565 genomic DNA (Figure 1V.7). Clones that only hybridized to 43816
genomic DNA were considered to be 43816 specific sequences. Of the 709 clones
analyzed, 107 of those cloned sequences were found to be uniquely present in strain

43816 and absent in 1A565.
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Figure 1VV.6 cDNA Subtractive Hybridization Step C

PCR products of cloned 43816 subtraction products were arrayed on
nylon membranes and probed with 3?P-dCTP labeled 43816
subtraction products (upper left hand corner), IA565 subtraction
products (upper right hand corner), total 43816 cDNA (lower left hand
corner), and total IA565 cDNA (lower right hand corner).

A, Clones C103-443; B, Clones C445-780; and C, Clones C781-888.
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Figure IV.7 Genomic DNA Subtractive Hybridization Step C
PCR products of cloned 43816 subtraction products were arrayed on
nylon membranes and probed with 3?P-dCTP labeled 43816 total
genomic DNA (left) and 1A565 total genomic DNA (right).

A, Clones G104-474 and B, Clones G479-708.
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Identification of sequence homologies to cloned inserts from differential screening

The 284 and 107 differentially expressed cloned subtraction products from the
cDNA subtraction and the genomic subtraction, respectively, were submitted to the
University of Michigan DNA Sequencing Core. Homologies to microbial genes were
determined using the National Center for Biotechnology Information (NCBI) microbial
genome database BLAST search engine. The microbial genomes searched were
Proteobacteria under the gamma subdivision of Enterobacteriales, which include the
genera Buchnera, Candidatus, Enterobacter, Erwinia, Escherichia, Klebsiella,
Salmonella, Serratia, Shigella, Wigglesworthia, and Yersinia. The results are shown in
Table IV.1. Using the BLAST search results, clones were grouped into categories: KC,
homologies to various Klebsiella contigs belonging to strain MGH78578; MH, multiple
homologies to various bacteria; NSSF, no significant similarities found; and Sanger,
homologies to the Sanger database of sequenced genomes. KC and NSSF categorized
sequences were also used in a BLASTXx search to obtain more sequence information.

BLASTX searches the protein database using a translated nucleotide query.

168



Jredal pue Z8 T 9/8 Bnuod L6 j0)7| 091D
sisauabeInw SOS ‘ONwWin = 2T 1109 3

93k 88 Z LEED Se awes 0697 Bnuoo 96 oM GSTO

ursjoud eonaylodAy = £/0149 1102 3
u1s104d [eansyidAy = setuownaud "y G9 T 82986T UOIL 'LzST Bnuoo 96 )| ¥STO
unodoyew = aejuownaud "M 16 4SSN €910
Surewop ased ] /aseawad 09 4SSN 4%

‘dwnd xnjys Brupninw
= £G62€ dI sisojnasagniopnad ‘A

JojejnBas jeuonduosueny 09 Z 219D se awes /%1 Buo) 96 )| FAane)
annend = z1 7 wnunwiydAy 's

ub1y 003 sanfen 8 / 81035 T 8€L0 '2€LD 085T Bnuod €6 o)} LETD
‘0L€D ‘OTTO se awes

uigioid jeanjonns 96 4 866 bnuod 16 o)/} [44%0)
anneInd = 1 /Gig "11S BZ BLIBUX3J4 'S

Joyennoe [euondiosuen 6L 4 122 ‘259 bnuoo 88 '66 oM 0€TD
asejelpAysp supas-g = 1109 '3

VNY [eWosogqu SEz ‘g ‘HIu ‘Ol 56 HIN 811D
‘QI D1 VI ‘T = JH:STO 1109 '3

9%80 ‘2920 se awes urajoud eonaylodAy = gT1D NS 1ydAL 121 HA 911D
JeA0JaS BOLIBIUT "dSqns BILIBUS 'S

Mmo| 00} saifiojowoy afiejusdiad [4 8€L0 ‘2€LD 085T Buod €6 [0 0110
‘0L€D ‘LETO se awes

s)nsay Anuspr19% x1Svd SJUBLILIOD 01 ABojowoH Amnuspl o  Auobared #29U0|D

£S30UaNbag passaidx3 Ajlenualayid 40) )Nsey X LSY1d pue 1Sv1d T'Al 3lgeL

169



98€D ‘1820 Se awes aselayIuAs aurwein|d 58 '86 HIA 1029
‘wulB = 2T 1109 '3 ‘6€9T Biuod

auaf afeyd 19 4SSN 0020
aAneInd = 0576 DLV BoLalL 'S

ursjoad uonesnyew ssesjold vl z 60€ Buod €6 o) ¥6TD
anijeInd = | /Gy "11S BZ BLIBUX3]) 'S

0597 A LS utsloxd €l r4 0EYO Ge9t Huoo g6 )| €610
[eonayiodAy = 8110 eoLBue 'S ‘6620 '6€2¢0 se awes
ureloud Buipuiq 114 T €050 '6.TD Se awes €29 bnuoo 16 )| 061D

-dLV 2|qissod = 8710 BOLIaIUA 'S

ursjoud podsuen areyns ‘dgs 28'€6 HIN/OM 9810
= z17 wnunwiydA 's ‘geeT Bruod

Mo| 00} saifojowoy abejuaasad 0v-02~ 4SSN G8TO
punoy sanLIe|IWIS JuedyIubIs ON r4 6TED Se awes 62€T Bruod 16 )| €810
yb1y 003 sanjeA a / 8109S 4 6.2 Buod 16 o) 1810
ursjoud Buipuiq 14 2 €050 ‘06T Se awes €29 Buod 16 )| 6.10
-d1V 9|qissod = 811D eoLBS 'S
Apurepiadns 09 T 8197 bnuod 66 )| 197D
Jojex|ioey Jofew Jo saseawad
= 808TY e19edad euspjoyying
9650 ureto4d Buipuig-d1v Jsuodsuen gy 18 HN ¥910
‘7650 ‘T8O Se awes [eanayiodAy ‘1104 = €,0140 1109 °3
urejoud Asorejnbas uosado 9. z G280 ‘780 ‘'€8€D 658 Bnuod 86 )| €910
asouweyJ-1 = 871D BILBIUS °S ‘YGeD ‘IgD Se awes
asealjpy NG 29 4SSN 2910
anneInd = | /Gpz "11S BZ LBUXa} 'S
s nsey Anusp| 9%  X1Sv1d SENTTe}e) 01 ABojowoH Anuspl 9  A10bare)d #9U0|D

2(3U02) seouanbag passaidx3 Ajjenualayiq 104 SINSeY X1 S 19 PuUe 1Sv1d T'Al 8|geL

170



urgjoad pauodxs T8 86 HIN 9¥2d
anneInd = 710 BOMBIUS 'S ‘796 Bruod
uajoid aoueIIByul T9 4SSN 1740)]
a|qess piwseld ‘vais = 1102 '3
uisioud €9 L1¥D '85YD Se ales T2LT Buod 9 o) {4748)
feanayrodAy ‘1o = JH:/GTO 1109 3
ase[oIpAy G9 1220 se awes 55T Bnuod L6 o) (1740}
anneInd = 0GT6 DLV BoLRIs 'S
dylA uigloud reanayrodAy €L 0ev0 Ge9T Buod G6 oM 6€20
PAAIBSU0D = QT 1 D BOLBIUS 'S ‘6620 '€6TD Se awes
Mo| 00} salfojowoy abejusalad ov-02~ 4SSN 8€C0
85219npaIopIX0 16 /ST Bnuod S6 oM L€20
Jo1pauedold-z'T-1 = /H:.GTO 1109 3
Josindaid uisoid 9/ ZveT Bnuod 96 M €20
[enquiy T 8dA) = G9GV| Teuownaud
Je|s uteloud = £70149 1109 3 99 02O se awres 55T Bnuod 16 oM 1220
29zenid usnoud 2L 1620 se awes 89T Bnuod €6 o] 2220
leanaylodAy = T 1 Suaasauiwn| ‘d
ursioud g6 2evT Bnuod 00T oM 6120
[eanayrodAy = TOg “11s Hauxal 'S
asebI| v awAzuaoo areiAingolsy 26 1650 ‘0850 .50 0T/ Bnuod 16 o)'! 8120
-g-oulle-z = 0ST6 DLV BOHBIS 'S ‘8/€D 'SGED Se alues
1€80 ureroud 08 ‘66 HN 1120
‘9vSD ‘68D Se awes asuodsal SOS ‘Ind ‘3494 (T uIXopoAne}y
‘WPl = 2171 1ydA1 'S ‘TGET Bruod
Joye[nBal reuonduosues adAy 26 06.0 '€8YD Se awes T1.0T Bnuod 86 )| 2020
-4SAT @AlreInd = TOg “A1S LBuUXaY} 'S
s)nsay Anuspl 9% sjuswwo) 01 ABojowoH Anuapl o  Asobare)d #9U0|D

«('1u02) saouanbag passaadx3 Ajfenuaiallig 404 SINSaY X1Sv 19 pue 1Sv1g T'Al 8jqel

171



610 '9T90 Se awes urgoid 96 HWN 69¢0
Aemyyed Aioja108s Al 2dA1 ‘ygaIA

= T0OT6 115 "PaIN Jenolq snsad *A

V440 = seuownaud "y 00T T 96¢0 GevT ‘Lyet 8891 Bnuod 00T '66 ‘86 o)/ §9¢0
0} Jejiwis :0v80 ‘257D
‘T€ED '80€D Se awes

9//0 '28ED Se awies asesl|ay 68 'T6 HW ¥9¢0
WNY Juspuadap-d 1V xoq geaq o0us
-plod ‘@esp = ZTH 1109 3 ‘6THT Bnuod

9%8D '9TTO Se awes urejoud [eonaylodAy = 8T1D s 1ydAL vL HIA 2920
JeA0Uss eaLIRug .n_mn_:m BILIBJUS ‘'S

©0T4HO = 86183 abeydonsaioeg g€ 4SSN 6520
29zenid usnoud 4 T 2220 se awes 1897 Bnuod €6 o)} 1820

|eanayrodAy = TOLL Susdsaulwn| ‘d
asedi] papodxa anlreind 8 4SSN 9520

= €/0TIYDS BIOAOIRIED BIUIMIT

2GED se awes @ ase|AsoaA|Bsuen G8 ‘86 HIN GGZo
ulaINW 9NA| punog-agelquisw
‘@yw = 8T vouBIUS 'S ‘0GZT Bruod

08L0 Se awes nungns ¢¢o 26 ‘€6 4SSN/HIN €620
asejonpal apixoladoipAy |Aje ‘Ddye
= z11 wnunwiydAy s ‘1291 Buod

ybiy 003 sanfeA a / 8109S 4 2Tet bnuod 96 oM ¢S¢0
aseA| a1en120s] "yade 1886 HN 620
= zL1 wnunwiydA °s ‘yzg bruod
ursroud Aioyejnbal 6L 1 G280 '78L0 '€8€D 658 Bnuod 86 )| L¥2D
uoJado asouweyl- = 1D BOLSIUD 'S ‘$GED ‘€9TD Se awes
s nsey Anusp| 9%  X1Sv1d SENTTe}e) 01 ABojowoH Anuspl 9  A10bare)d #9U0|D

2(3U02) seouanbag passaidx3 Ajjenualayiq 104 SINSeY X1 S 19 PuUe 1Sv1d T'Al 8|geL

172



aselBojul 17 4SSN 8620
anreInd = | /GiZ 11S BZ IBUX3J} 'S
101da2a1 punodwiod 99 G/€D '69ED Se awes Gee ‘esyT Buod 16 'G6 o) 1620
uout aAneInd = /H:/STO 1109 '3
080D ‘LS¥D ‘TEED WVNY [ewosoql 00T ‘66 ‘86 OM/HIN 9620
‘80€D 'G9ZD O} fejwis  SEE 'sauab | 1GgyT ‘LveT '889T Bruod
ase1onpalopixo ajqeqo.d 68 '96 HW/4SSN 1620
P10 = 2T 1109 '3 ‘098 Bnuod
98£2 ‘T0ZD Se awres aselayuAs auiwein|b 58 '86 HN 1829
‘wuIb = 2T 1102 '3 ‘6€9T Buuod
asejonpal 01x/opre aneind G9 4SSN 820
= TOOT6 "41S "PaIN Jeolq sisad *A
L2y se swes SISaUIUAS WYNQ 06 ‘86 ‘6 HIN 6120
WwNY ‘esejAioydsoyd apnosjonuAjod
‘dud = 2T 1109 3 '5G¢ ‘S/p bnuod
ursjoud g€e 4SSN [7k40)
palejal-ya8s = T9E9TN BJ9JoYD "A
aselaysueAyIoW 06 Sv6 61u0D 9% oA vl2d
sIsayluAsolq auouinbeuawauouinbign
‘0BIA = 2T 1100 3
Japodsuen 89 60.T Bnuod 96 oM 2Leo
04y Jebins anneind = To0T6 snsad “A
0271 utsloud 1UNgns [ewosoqu 6 '€6 HIN 1,20
S0 ‘L1d1 = 2T 1109 3 ‘0.8 Bnuod
urajoadodi| 16 4SSN/HN 0L20
[eonaylodAy = H:2STO 1109 '3
synsay Anuapl % sjuawwo) 01 ABojowioH Anuap| op  Auobsred #9U0|D

#("3U02) saouanbag passaadx3 Ajlenusiayiq 104 s}nsey X1Sv19 pue 1Sv1d T°'Al 3lqeL

173



T¥8D '60vD e swes €6v8TC Jobues 08 Jabues 9€€0
WVHO = setuownaud "y 66 4 9620 01 Je[lwis 108D SevT ‘L2t ‘8891 Bnuod 00T ‘66 ‘86 jo)| TEED
'1G¥D ‘80€D ‘S92 Se awes
4 u1gjod soue)sisal 6L 4 9.¥D Se swes 1657 Bruod ¥6 4SSN/OMA 8¢€0
uiAelLoe ‘utsloid podsues Brupninw
‘Aliwe) ANY = 0ST6 DJLV BoLaIUs 'S UBIY 001 NfEA 32100 455N 2769
uniodolfew = aeiuownaud 16 4SSN 4]
punoy sante|iwis Juedtyubis oN T €8TO Se awes 62€T bnuod 16 M 61€0
S u130.4d 39Us|NIIA = sejuownaud "y 86 4SSN 9T€D
S u18104d 32UBINIIA = sejuownaud S6 4SSN STED
Butureiuod 08 4 66€T Bnuod 16 jo)] [4130}
-au1a1sAooua|as A|jealdAl ‘aseusbolpAysp
J1goJaeue = 00pg] wniobuny g
40 = sejuownaud "y 66 4 84990 82986T Y¥9OIL ‘v6. '889T Buod 16 66 '86 jo)| TT€0
'€L¥D 'GEYD 01 Jejlwis
6¥80 'LLSD 'GPGD Se awies
TGED Se awes u1s30.4d Lodsues) sueiquisw €8 '86 HIN 600
a|qissod = 8T 1D BOLBS 'S 'p¥ST Bnuod
V44O = eluownaud "y 00T T 96¢2 0} Jejiwis '0¥8D GevT ‘Lvet '889T Bnuod 00T '66 ‘86 )| 80€0
'LS¥D 'TEED 'G9ZD Se awes
aseawisad ssounyyel €9 T 166 Bruod 16 jo)| L0€D
anneInd = gyOTIYOS ©IOA0I0IED ']
0S97ALS €L [4 0EYD '6€¢D '€6TD Se awes G€9T Bnuod 56 o) 6620
utaoud [eanaylodAy = gT 1D eoLBIUS 'S
s1nsey Anuepl 9%  x1Sv9 SjUBWIWOD 01 ABojowoH fAnuspl 9  Alobared #9Uo|D

#("1U00) s30usNbag passaadx3 Ajjenualagiq 104 SHNSSY XL SV19 pue 1Sv1d T'Al 8geL

174



225D ‘G8ED sk alues pajejoueun 16 H 7k
sawouab ejjauowies ‘005T nuo)
ub1y 003 sanjen 3 / 21098 8€.0 ‘¢€LD 08ST Fnuod €6 o) (1]
‘€T ‘0TTO Se awes
10)dada1 punodwiod 99 G/ED ‘1620 Se awes GEE 'eSyT Bruod 16 'G6 oM 69€0
uoJi saweInd = €014 1109 '3
787D ‘¥0vO se awes utajoud Bulpuig-d 19 [eansyiodAy G8 '86 HIA 99€0
‘ZQuA = £20149 1109 '3 00ST Buoo
Mo] 00} saibojowoy abejusalad 4SSN 6S€0
Mo] 00} saibojowoy abejusalad 4SSN 8G€0
asebl| v awAzua0d s1e1AINqoiey 26 1652 '0850 7280 0tZ Bnuod L6 o) e+t 0]
-g-oulwe-g = 0516 DDV edlalus 'S ‘8.€D 'GGED se awes
ugjo0.d Aiore|nbas 08 G280 '78.0 '€8€D 658 Bnuoo 86 jo) | ¥5€0
uoJado asouweys- = 811D BILIBIUS 'S ‘)20 ‘€9TD Se awes
GGZD Se awes @ ase|AsoaA|Bsuen G8 ‘86 HIA 25€0
urainw 9114] punog-agelquisw
‘yw = 8T1D eduaIUe 'S ‘06ZT Bnuod
60ED Se awes uiajoud podsuer sueiquiaw ajqissod €8 ‘86 HIN TSED
= 8T.LO BOUBIUS 'S ‘pHGT Bnuod
6280 V850 ‘€GO Se awes ureyo ejeq 06 'L6 HN 8ved
95e|AX00IBI3P 31E190B0[EXO ‘g0op/gpeo
=217 wnunwiydAy °s ‘€z9tT Bnuod
Jouaidesapun sarejAioydsoyd Ajqissod 1] 8860 se awes 6201 Bnuod G6 o oveD
‘90ue)sISal uloeoeq = /H:/STO 1109 3
ybiy 001 anjeA 82109 4SSN 6€€0
ureioud 18 GSTO se awes 0697 Bnuod 96 )| LEED
[eanauypodAy ‘9alk = £0149 1109 3
S1Nsay Anuasp| % SjuBLIWLIOD 01 ABojowoH Anusplr o A1obared #98U0|D

«('1U02) saousnbag passaadx3 Ajjenuaiayiq 40} s1Nsay X1Sv19 pue 1Sv1d T°'Al 9|jgeL

175



utelold Buipuig-d L9 ‘vda) 1876 '06 HN 2070
=€/0.40 1109 "3 'THTT ‘TTTT Buod
asepndadip 8 09.0 se aues 609 Bnuod 16 M 96€0
au1joJd = 0ST6 DLV BOLAIS 'S
nungns eydje ‘ssejAxoqessp 66 829861 H9IL ‘ZSTT Bnuod 86 M 26€0
aleuojew “yopA = aetuownaud "y
209D Se awes 8Se9]0NUOPUS UOIOLIISBI 96 HW T6€D
anneInd ‘UN = z1 7 wnunwiydA s
18D urgiord 08 ‘66 HN 68€0
‘9yGD ‘TTZD Se awes asuodsal SOS "Ind ‘JJqA (T uIXopoAey
VPl = 211 '1ydAs 'S ‘TSET Brnuod
1822 7020 se swes aselayiuhs autwen|b 68 '86 HN 98€0
‘WulB = 2T 1109 3 ‘6€9T BiIuod
2250 '7.L€D se dwes pajeloueun 16 HN G8€D
sawouab e[jpuowes ‘00sT Bnuod
urejoud Aloyejnbas 08 G280 '¥8L0 '¥SED 658 Bruod 86 | €8€0
uoJado asouweyl- = 81D BILSIUS 'S ‘1920 ‘€9TD Se awes
9110 '¥920 se swes aseal|ay 68 '76 HN 28€0
VNY juapuadap-d LV Xoq qead 4o0ys
-plod ‘gesp = ZTH 1109 '3 ‘6THT B1Iuod
urejoud o 4SSN 08€D
|eanayiodAy = TOLL Ssusassulwn| *d
asefi| v awAzuaod s1eIAINgo1ey 26 165D ‘0850 728D 0T. Buod 16 0| 8.€D
-€-0UIWe-Z = 0GT6 DOLV BOLBIUS S ‘GGED ‘8TZD Se awes
10yda0a1 punoduiod 99 69€D L620 se dwes GEE 'eGyT Bnuod 16'56 )| G/€D
uoJr aaneind = €014 1109 °3
s nsey Anuspl 9% SENTTe}e) 01 ABojowoH Anuspl 9  A10bare)d #9U0|D

2(3U02) seouanbag passaidx3 Ajjenualayiq 104 SINSeY X1 S 19 PuUe 1Sv1d T'Al 8|geL

176



6120 Se awes SISBLIUAS WYNQ 06 ‘86 ‘26 HN 12vD
WwNY ‘esejAioydsoyd apnosjonuAjod
‘dud = ZT 1109 3 ‘55¢€ ‘G Buod
aseuiuua) abeyd anneind 6§ 4SSN 1 74720)
= €7296) 19][ewopnasd eLdpjoyng
0Zp0 se ales ualoud [eanayrodAy ‘wBIA = 8110 68 '€6 HIA 1270
©OLIBIUB 'S ‘0/GT ‘L¥2T ‘v6¥T B1u0D
T2y se ales ualoud eanaylodAy ‘vBIA = 8110 G8 '€6 HIA 0Zv0
BOLIBIUS 'S ‘0/ST ‘2¥2T ‘v6rT B1iuod
sixe)+1odsuen 68 '86 HN/OM 8T¥D
apisoloefeh-jAylaw Jo ‘dwod Buipuiq
-d1V ‘VIBw = T 1109 '3 */89T Buod
Josindaid Az 4SSN STV
auoJadeyo olwseldiiad = 1109 '3
Josinoaid % 4SSN 14%2)
auoJadeyo olwselduiad = 1109 '3
aseawad apISOJAX ‘ ] UAX = BI01AX0 Y 73 8TYT ‘60¥T BrIuo) 96 ‘86 oM 48770
T¥8D '9€€D Se aes €6+8TZ Jabues 08 Jabues 60v0
11 swAzus S1d aanend ‘1 efs €8'L6 HN L0vD
= 2071 wnunwiydAy s ‘22T Buod
Hungns [ewosoqu SO§ 96 '66 HN 90¥0
‘NIdi = £661@3 1109 3 ‘00ST Bruod
8% '99€D Se awes usjoud Buipuid-d L9 [eansyiodAy G8 '86 HN ¥0¥0
‘ZQuA = €204 1109 '3 ‘00ST Bruod
synsay Anuapl % sjuawwo) 01 ABojowioH Anuap| op  Auobsred #9U0|D

#("3U02) saouanbag passaadx3 Ajlenusiayiq 104 s}nsey X1Sv19 pue 1Sv1d T°'Al 3lqeL

177



asejoJpAy aanend = /H:/GTO 1100 3 €8 4 9/8D ‘¥980 se swes 18ET ‘T¥yT Fnuod 96 ‘86 )| 9%
29TYOS utsioud LS 4 6210 se awes 0TGT Fnuod 56 o) €5v0
1eonaylodAy = /99-0S BoLBIUS 'S
asepisojoe|eh 172 4 €TeT Bnuod 86 o) T5v0
-e1aq ‘Z9e| = sejuownaud “y
09 Se awes wiasAs odsues 28 '86 ‘S6 HIN 14 %0)
10 Juauodwod Buipuig-d1Vv ‘Ind “vqok
=€£67103 1109 '3 ‘T¥8 ‘¥0OyT Buod
Mo| 00} salbojowoy abejuaasad 2z 095D Se awes opTT Bruod 86 oM 17478}
Mo| 00} sa1bojowoy abejusalad 4 €67 bnuod 96 )| SvvO
uuod Gexdwo = sejuownaud ) 86 1 TEYD Se awres G9TT Bnuod 16 oM 3778)
aseyjuAs pioe oLIAgoD ‘dIgo 28 '86 HIN (0]4%0]
=T0LL susossuiwn| d ‘Z0rT Bnuod
ursjoud €S 4SSN 8€YD
Ajiwey z dnoib ‘asesajsuel |As0dA|6
= yreg "11s sniejnsded sn320920jAYIBIN
g0 = setuownsud 00T T 6780 ‘1.8 829861 H9OIL '¥6. '889T BnuoD 16 '66 ‘86 )| 1120
'G¥SD ‘TTED 0} Jejiwis
‘896D '€y Se awes
utiod GeMdwO = deruownsud "y S6 z EVYO se awes G9TT Bnuod 6 fo)t| TEVD
0S9VALS €L [4 6620 ‘6£20 '€6TD Se awes Ge9T Bnuod 56 M [1]570)
ursjoid eanaylodAy = gT1 0 eoLsIus 'S
urejold [eanayiodAy = €/0149 1109 '3 1S 4 €GO se awes 0TST Bruod 56 oM 620
s1nsay Amnusprop  x1Svg sjusWIWo) 01 ABojowoH Anusp| op  Auobsred #28Uo0|D

#("3U02) saouanbag passaadx3 Ajlenusiayiq 104 s}nsey X1Sv19 pue 1Sv1d T°'Al 3lqeL

178



9650 urelold Buipuig-d1Y Jspodsuen gy 18 HIN 1870
'T6GD ‘79TO Se awes reonayodAy ‘11094 = £,0140 1109 3
ugroud 0S 4SSN 080
Ajwey z dnoib ‘asessysuey |As0aA|6
= yjeg "As snyejnsdes sna20390jAYIBIN
1180 V urey | aseusBiolpAysp HQVN ‘vonu 68 '96 ‘86 HIN 6.0
‘¥GLD ‘TGLD se aues = 2.7 wnunwiydAy 'S ‘2491 Biuod
Josnoaud S G6¥T Buod 86 o) 8.¥D
urajoud o1wsejduad Buipuig-suipnsiy
anneInd = gyz96) 19]jewosnasd ‘g
G6¥TS utelord 89 857D ‘YD se awes TeLT Buod 96 o) | L1¥D
1eonayiodAy = 1/Gz "11S LBUX3|y 'S
4 u1g104d douEISISal 6. 8¢€D Se swes 16ST Buoo ¥6 4SSN/OM 9/¥2
uiAeyLoe ‘uisioad podsues; Bnipnnw
‘Allwe) ANY = 05T6 DDV BoLAIUS 'S
gHO = seluownsud 00T 680 ‘LSO 829867 UOIL ‘v6. ‘889T Buod 16 '66 ‘86 o). | €190
‘G50 ‘TTED O3 Jejlwis
‘855D ‘SEYD Se awes
aseJajsuenjAoe aanend 1€ 4SSN [4A7e]
= €70TIYDS BIOAOIRIED BIUIMIT
uoud 24 2121 Bnuoo 96 oM 69v0
aueiquiaw arend = TOOT6 shsad * A
aseJajsuenjAoe annend 1€ 4SSN 99¥0
= €70TIYDS BIOAOIRIED BIUIMIT
Josinoaid 7opA ursjoadodi) 99 867D ‘g Se awes T2LT Bruod 96 )Y 8570
[eonayiodAy = €014 1102 '3
VHO = setuownaud -3 00T 9620 GevT ‘LyeT ‘8891 Buod 00T ‘66 ‘86 o) | LSVD
0} Je[lwis :0¥80 ‘TEED
'80€D 'G9ZD se awes
s1nsay Anuapi 9 sjuaWIWOoD 01 ABojowoH Anusplop  Asobare) #9U0|D

2("1U00) s3ousNbag passaidx3 Ajjenuaiayiiq 40} syNsey X 1S9 pue 1Sv1d T'Al 8|geL

179



6280 ureya esq 06 ‘L6 HN €90
‘¥8GD ‘8YED Se awes 9se]AX0Iedap 21e1800 X0 ‘goap/gpeo
=171 wnunwiydAy 'S ‘gz9T Buod
uiajoud 18 4SSN 6250
uoljejAoe v pidij pue asuelsisal apndad
[BIGOJOIWIIUE = 0ST6 DDLY BOLAS 'S
G8€D ‘¥LED Se awes pajejoueun L6 HN [44<0]
sawouab ejjauowes ‘005t bruod
aselbajul 1 4SSN 6TSO
annend = 1/Gyg "1S BZ Uauxa|) ‘'S
Joydaoal 68 HIN 8750
aloydouspis ‘Nodt = 20140 1102 '3
Mo] 00} salbojowoy abejuaalad 4SSN LTG0
umouyun = aejuownaud 26 4SSN 8050
ursjoud Buipuig oy T 06TO '6LTD Se awes €29 Bnuoo L6 )Y €050
-dLV 8|qssod = 8T 10 oMaa 'S
0650 se awes Hungns 9559 8woay2014/S 68 ‘86 HN 005D
-84 ‘O-aseuaboipAysap arewoy
‘I/HOPY = 2T 1100 "3 ‘9591 Bnuod
urajoud 514 4SSN 98¥D
Ajiwey z dnoub ‘aselaysuely |As0dA|H
= yeg "1s snyejnsdes sno20220jAYIBIN
Y0¥ '99€D Se awes uiajoud Buipuig-d 19 [eanaylodAy 8 ‘86 HN £570)
‘ZauA = €20142 1102 '3 ‘005 T Buod
Joye|nBai feuonduosuesy sdAy T6 T 06,0 ‘2020 se awes 1,01 Bnuod 86 oM €870
-4SAT aAreInd = TOE 1S Lauxal) 'S
aseauwiad 08 T GETT Bnuod 66 0| 28v0
aresen|bolex-eydfe = ZH:2GTO 1109 '3
s1nsay Amnuspl o x1Svg sjuaWIWOoD 01 ABojowoH Anusplop  Asobare) #9U0|D

2("1U00) s3ousNbag passaidx3 Ajjenuaiayiiq 40} syNsey X 1S9 pue 1Sv1d T'Al 8|geL

180



asebl| v awAzusoo sreifingoiey 26 14 165D ‘0850 '8.€D 012 Buuod 16 o) [Zk%)
-g-oulwe-Z = 0ST6 DDV BoLBIUS 'S 'GSED '8TCD Se awes
punoy sanLeIWIS Juediyubis oN T LT Bnuod 16 o)} 1,80
uajoud Asoeinbas 17 T €0GT Fnuod 96 )| 1960
aseuaboipAy ‘OpAY = eI01AXO "y
urjold Ajiuey 9% z 9D se awes 0vTT Bnuod orTT oM 0950
43099 = 89D "A1s susloeWN Y
gH0 = dejuownaud "y 66 T 6780 ‘L1850 82986T Y9OIL ‘v6L '889T BuoD 16 ‘66 '86 o) | 8960
'G¥SO 'TTED 0} Jejluwis
‘€L¥D 'SEYD Se awres
ybiy 001 anjeA a / 31098 4 GOTT Bnuod 06 )| 990
aselajsuelloulwe G8 HIN €660
annend = €613 1109 3
GTS uIgjoud yungns ewiosoqu G8'86 HW [4sis0)
S0€ ‘Osdi = ££61d3 1109 '3 ‘26 Buod
L€8D ureioid 08 ‘66 HA 9¥S0
‘68D ‘TTZD Se awes asuodsal SOS Ind ‘3404 ‘T uIxoponeyy
‘VPY = 211 '1ydAy 'S 'TGET Buod
40 = sejuownaud "y 66 4 8560 ‘€L¥D 82986T Y9OIL ‘v6L '889T Buod 16 ‘66 '86 o) | S¥SO
‘GEYD 01 JeiWIS '6¥80
‘L1180 'TTED Se awes
usjo.d sueiquisw 19 Z 629 bnuod 16 o) | j2410)
anneInd = 0ST6 DLV BIHAIUS 'S
20TEVdS ureioid 18 4 T1.0T Buod 86 o)} Zvs0
[ed133U10dAY = 0GT6 DDLY BIHAIUS 'S
uzroud 143 4SSN 9€50
pale[al-y/98s = T969TN BJ3|oyd ‘A
s1nsay Amusprop  x1Svg sjuawwo) 01 ABojowioH Anuap| op  Auobsred #9U0|D

#("3U02) saouanbag passaadx3 Ajlenusiayiq 104 s}nsey X1Sv19 pue 1Sv1d T°'Al 3lqeL

181



965D uaoud Buipuig-d1V Jauodsuen Dgy /8 HA 1650
‘187D ‘¥9TD se ues [eanaylodAy ‘1194 = £20140 1109 3
00G0 Se awes Hungns 9558 awo1yd0}Ko/S 68 '86 HN 0650
-84 ‘O-aseuabolpAyap arewio}
‘I/HOP4 = ZTH 1102 '3 ‘9597 Bruod
ureloud 98 0vED Se awes 6201 Bnuod G6 oM 8850
90UE)SISAI UIdRI}IOR] PazIisioeseyoun
‘896790 = ¢-a0a dsudlufey ‘q
9980 ‘6650 Se awes 9Se|0UB ‘0Ud = £/0140 1102 3 26 HN 1850
6280 ureyo exaq 06 'L6 HN 850
'YE€GD ‘8YED Se awes asejAxoq edap 81e180e0[eX0 ‘goIp/gpeo
=z wnunwiydAy °s ‘gz9t Bruod
¢S utsjoud nun |ewosoqu SoE ‘gsds 6 '66 HN €850
= g1 wnunuwiydAy s *200T Bruod
uiajosdodi) aaneind = 70016 snsad * A €9 260T Bnuod G6 )] 286D
urejold 144 4SSN 1850
[eanaylodAy ‘pio = ZH:2GTO 1109 3
asebl| v awAzuaod sje1hinqorey 88 165D ‘716D '81€D 0TZ Bnuod 16 oM 0850
-g-OUIWe-Z = 0ST6 DDV BoMaIS 'S 'G5ED '8TZD Se awes
BOT4HO = 86783 abeydonsioeg 1€ 4SSN 8.8
g40 = sejuownsud H 96 8550 '€L¥D 82986T U9IL ‘¥6. '889T Buod 16 '66 '86 oM 115D
‘GEVO 0} JejIwis '6¥8D
'G7GD ‘TTED Se awes
asebajul vl 4SSN 9.80
annend = 1 /Gyg 1S ez LdUXal 'S
synsay Anuapl % sjuawwo) 01 ABojowioH Anuap| op  Auobsred #9U0|D

#("3U02) saouanbag passaadx3 Ajlenusiayiq 104 s}nsey X1Sv19 pue 1Sv1d T°'Al 3lqeL

182



u1s10.d auelquiaw 89 5e9 Bnuoo 86 jo)/| T190
Jodxs-us104d = 0GT6 DLV eoLsIUS 'S
ybiy 003 anjen 3 / 81093 1§90 se aures 9zz Bnuod 86 o) | 079D
S3Uab OM) UaMIB] = £G6ZE 16 'S6 4SSN/HN 9090
"A pue £20140 1109 3 ‘66ST Bruod
8170 Se awes walsAs odsuen 78 '86 'S6 HN 7090
30 Jusuodwiod Bulpuig-d1Vv Ind ‘wqaAk
=£€671a3 1109 '3 ‘T¥8 ‘YOvT Bnuod
T6ED Se awes 9S89[2NUOPUS UOIIOLIIS3) 96 H 2090
anneind ‘L = z1 7 wnunwiydAy s
1992 ‘T99D se awes uraosd podwiAs srewein|6 uojoid ‘dyb 78 00T ‘66 HN 0090
= 8T.LO BouaIUS 'S ‘0TST ‘'S6ST Bnuod
9980 /8GO Se awres 9Se|OUd '0Us = €2014D 1109 '3 6 HN 6650
utajoad reonaypodAy = £20149 1109 3 65 4SSN 8650
asebl| v swAzusoo a1e1fingolsy 26 0850 '728D '81€D 01 Bnuoo L6 jo)/| 1L6S0
-g-oulwe-g = 0ST6 DOV edlsus 'S 'GGED ‘8TZD Sk ales
16G0 ‘T87O ‘¥9TO Se awes ura104d Buipulg-d 1V Jauodsues) Ogv 18 HN 9650
[eanayodAy ‘1194 = €20149 1100 3
(pauiodun) €8 9.5T Bnuod 86 oM G650
Joje|nBai [euonduosuesy axI-O9OVN
anpeInd ‘gjw = /H:/STO 1109 '3
Vv uigloxd 95 4SSN 7650
aouejLByul prwseld 3|gels ‘wais = 1109 3
sy nsay Anuap| 9% SUBWIWIOD 01 ABojowoH Anuspl o A1obae)d #9U0|D

2('3U00) s3ouaNbas passaidx3 Ajlenuataylq o) synsey X1Sv 19 pue 1Sv19 T'Al 8lqeL

183



uiajoad J0Suas |0J1u02 uonelidsal 98 T gey bnuod 16 oM 6€90
1q0J8e = 0ST6 DI LV BRI 'S

utsyoud G8 Z 128 Bnuod 86 jo)7| G€90
1eanayi0dAy ‘4o = JH:/STO 1109 '3

T0LD ‘959D ‘0590 ‘9290 ase|Axoqeasp aulsA| €8 'v6 HN 2€99
'v290 ‘zz90o seswes  ‘0op| = ZL1 wnunwiydAy 'S ‘ge9 Bnuod

¥2.0 ‘8T 'TE9D Se awes utajoid Aemyred A10ja10aes Al adAy €6 HN 1£90
‘yQUIA = TOOT6 "N1S "PaIN Jenolq snsad *A

T0LD ‘959D ‘0590 ‘2€90 ase|Ax0qeasp aulsA| €8 'v6 HIN 9299
'¥290 ‘gz9o seawes  ‘09p| = 217 wnunwiydAy 'S ‘g9 Bruod

T0.D '9590 ‘059D '2€90 ase|Axoqueaap aulsA| €8 'v6 HIN ¥290
‘9290 ‘g9 seswes  ‘Qop| = 2L wnunwiydAy s ‘g69 Bnuod

jungns aseoojsuel} uisioidaid anneind 98 ‘66 HWN €290
‘OPIA = ZL1 wnunwiydAs °s ‘g Buod

TOLD ‘9590 ‘0592 ‘2€90 ase|Axogueaap auisA| €8 'v6 HIN 2290
‘9290 ‘¥290 se awes '00p| = ZL1 wnunwiydAy °s ‘g9 Buod

BSELIUAS YN} 68 HIN 1290
auIuoaIy} ‘SIyl = Z1 7 wnunwiydAy s

6.0 '6920 Se swes ura104d Aemyyed A1038108s Al 8dAY 96 HN 9190
‘PN = TOOT6 1S "PaINl Jenoiq snsad "A

ureloud 6. '96 AHN 2190
sisauabolq adA1-0 awo1yd01AD Ind

‘3409 = 8T.LD BIUAIUS 'S ‘T¢OT BiIuod

synsay Anuspl 9  X1Svg sjusLIWOD 01 ABojowoH Anuspl o A1obae)d #28U0|D

#("3U00) s30uUsNbas passaidx3 Ajjenuatayiq J40) synsey X1Sv 19 pue 1Sv19 T'Al 8lqeL

184



uraloud 4% 4SSN ¥290
[eanayrodAy ‘po = /H:2GTO 11093
urewop 29 ZYTO se awes ¥.¥7 Biuod 96 o)| 2190
ased 1V ‘lojeinfial feuondiiosuesy Ajiwey
AN aAend = z1 7 wnunwiydAy s
aush 99 4SSN T.290
afeyd saneind = 0GT6 DOLV BOLBIG 'S
ursjoud 44 4SSN 8990
[eanaylodAy ‘4o = LH:2STO 1109 '3
799D ‘009D se auwes utg104d HodwAs ayewrein| uojoud ‘qyb 28:00T ‘66 HIN 199D
= gT1D BoMBIUB 'S ‘0TST ‘G6ST Bluod
99/2v23 usjoid G9 zeet bnuod 6 OM/4SSN G990
[eanayiodAy = £70TI¥OS BIOA0IOIED ]
usjoud 214 4SSN €990
Ajwey z dnob ‘aselaysuel) |As0dA|6
= yreg "1s snyejnsded sna20220jAYIBIN
1992 ‘0090 se swes urg104d HodwiAs syewein|b uojoud ‘qyb 28:00T ‘66 HIN 1990
= 8T.LD eoMaIa 'S ‘OTST ‘G6ST buod
ybiy 003 anfeA 8 / 81035 0T9D Se auwres 9zz bnuoo 86 )| 199D
T0LD ‘0992 ‘€92 ‘9290 ase|AX0gJedap auisk| €8 'v6 HN 9599
'¥290 'zz9oseswes  ‘02p| = zL 7 wnunwiydAy 'S ‘g9 Biuod
Moj 00} sa1fojowoy abejusalad 4SSN 1590
T0LD ‘999D ‘€92 ‘9290 ase|Axoqueasp auisk| €8 'v6 HN 0990
‘¥292 ‘2290 Se awes ‘09p] = 2171 wnunwiydAy °s ‘g69 Buod
1onpoud uisloid paweuun = sauaboise H 00T 6e€T Bnuon 16 M 619D
s1nsay Anuaspl % SjUBILIOD 01 ABojowoH Anusplop  Auobared #28Uo0|D

¢(11U09) saouanbag passaadx3 Ajfenuaapiq J10) SINSaY X1Sv1d pue 1Sv1d T'Al d|9el

185



€880 01 Jejlwis $8|ndsjow [ews G8'86 HWN €10
10 odsuel) ‘awAzus o1y19ads joNuURW
VW = €661a3 1100 3 ‘¥THT Buod
Joje|nBia) reuondtiosues 85 14 T0LT Bnuod L6 oM 0TLD
adA1-ysAT anneind = epnind g
9592 ‘0590 '2€90 ase|Axogeasp auisk| €8 'v6 HIN T0LD
‘9290 ‘%290 ‘2290 se ales ‘9P| =z wnunwiydAy s ‘g69 Biuod
2 aselajsueyjAwioy €8 z ggeT bnuod 96 oM 8690
apiweu1dA|6jAsoquoydsoyd
=0ST6 OJ1V edlisus 'S
uizjold ¥8 T 6890 Se awes 6T9T Bnuod 16 o)/} 2690
[eonaylodAy “Yiuk = €201490 1109 '3
ureloid ¥8 T €690 se aules 6T9T Bnuod L6 o)/} 6890
[eonauylodAy “HIuA = 20149 1109 '3
au1aN3|0s1 ‘sisayuAsolq proe oulwe 18'G6 HN G890
‘OAIl = £6671A3 1109 '3 ‘09T Bnuod
aseibarul vL 4SSN €890
annend = | /Gpz “11S BZ BLUBUX3}Y 'S
usioid 88 4SSN 2890
auelquiBw [es3iul pajoipald “ydAy 'S wouy
0Obed 0114 1s ‘Obied = aeluownaud "y
ase|oJpAy @ el 4SSN 6,90
Jewe)njBouoiwiwioy/aseuliewbe/aseulbie
= T-OJd SUsJsaIoN]} SLUOWIOPNasd
o] 00} saifojowoy abejusalad 4SSN 9790
Moj 00} saifojowoy abejuaasad 4SSN G290
synsay Anuap| 9%  X1Svd SIUBLILLIOD 01 ABojowoH Anuapl 9p  Aaobared #9U0|D

2("1U00) s30UBNbas passaadx3 Ajfenuaiayiq 40) s}NsayY X 1S9 pue 1Sv19 T'Al 8lgel

186



asepndadip 18 1 96€0 Se ales 609 Bruod 16 ) 0920
auljoud = 0ST6 DLV BoLalUB 'S

118D ‘TGO ‘6L¥D se awes V ureyo | aseusBolpAysp HAVN ‘vonu G896 ‘86 HWN ¥8.0

=217 wnunwiydAy °s ‘2491 Bruod
118D ‘Y5O '6L¥D se awes v ureyd | aseusboipAysp HQVN ‘vonu G896 ‘86 HWN 1620

= 2071 wnunwiydAy °s ‘2491 Biuod
asejeydsoyd pioe = aejuownaud H 85 T 6€.0 se awes Gz/.1 Bnuod 86 )| 1720]
asejeydsoyd pioe = aejuownaud H 8S T G/ D se awes Gz/1 Bnuod 86 )| 6€.0
Mmoj 00} salfojowoy abejusased z 2€.0'0LED 085T Buod €6 ) 8€.0

‘L€TD ‘0TTO Se awes

231N ‘Hungns eydye 08 4SSN v€LO

asealn = £G62¢ dI sisojnasagniopnasd *A
Moy 00} salfiojowoy abejusdsad z 8£.0 ‘'0LED 085T Bnuod €6 oM 2€L0

‘L€TD ‘0TTO Se awes
ureyd uoys ‘sseusBoipAysp 29 T T0LT Buod 16 f0)°! 0€.0
|0yod|e = ZT0ZV Stoelyiue ‘g

8T/D ‘TE9D Se awes utajoud Aemued Aioja1des Al adAy €6 HN Ak}

‘YA = TOOT6 118 “PBIAl Jenolq snsad * A
punoy salLIe[IIWIS OU 4SSN €¢L0
uiajoud uosadeyd [erquily = epJe) '3 (4 4 €1€ Bnuod 66 o)l T2.0
2/ ‘TE9D Se awes utajoid Aemyred Aioja10es Al adAy €6 HIN 8T.D

‘pEIIA = TOOT6 418 "PBIA fenolq snsad “A
21440 = aeluownaud 96 4SSN 9T.D

synsay Anuspl 9  X1Svg sjusLIWOD 01 ABojowoH Anuspl o A1obae)d #28U0|D

2('3U00) s3ouaNbas passaidx3 Ajlenuataylq o) synsey X1Sv 19 pue 1Sv19 T'Al 8lqeL

187



uungns abue| ‘aseAj-eluowiwe G9 1127 Bnuod 6 o) 1610
aulwe|oueyld = ySHD SueINpljfelsW "y
Joye|nBai [euonduosuer adAy €6 €870 ‘202D se awes 1207 Bnuod 86 o)’ 0610
-4SAT 8AeINd = 1612 “A1S LBUXaly 'S
urajoud Aioe|nBal 08 6280 '€8€D '¥6ED 658 Bnuod 86 oM ¥8L0
uoJado asouwrey- = 81D BILBIUS 'S 172D ‘€9TD Se awes
€520 se awes nungns zzd 26 'c6 HN 08L0
asejonpal apixoladoipAy |Ape ‘Odye
= z11 wnunwiydAy °s ‘Tz9T Bnuod
9790 ‘692D Se awes urejold 96 HN (J¥e}
Remuyyed A1038198s A 8dA) ‘ygaIA
=T00T6 11 "PaIAl Jenoiq snsad *A
v aseuaboipAysp areydsoyd ¥8 6521 Bruod 86 OM/4SSN 8.0
-€ apAysplessak|b = £20140 1109 3
280 '¥92D Se awes asealay 68 'T6 HIN 9110
VNY Juspusdap-d 1V Xoq geeq ooys
-p|o2 ‘gesp = ZTH 1109 '3 ‘6THT Buod
urgjoud Bulpuig-vNYsp aaeind ‘OpiA 18 '66 HIA §110
= 2171 wnunwiydAy s ‘9gg fnuod
65Tznd uisloid 197 €2.1 bnuod 66 oM 111D
eanaylodAy = TO1 1 suaassulwn| ‘d
ase|Aylsw auluspe YNQ 18'86 HIN 69.0
‘Wep = gT.LO eoMAUL 'S ‘99T BruoD
wauodwos oL Z8€T Bnuod 66 oM 5910
uIxopaua) waisAs aseuabAxolp-z‘t
aualeypydeu = ¥y€€Z DDV 19j[ew g
s1nsey Auapl % sjusWIWOo)D 01 ABojowoH Amuapl o  A10bared #9U0|D

2('3U00) saouanbag passaadx3 Ajlenusiayi@ 10} s}nsey X1Sv19 pue 1Sv19 T'Al 8lgel

188



WVHO = detuownaud X 00T 1 9620 03 Je|IWIs {/GFD GevT ‘L2t ‘8891 bnuod 00T ‘66 ‘86 O 0r8d
‘TEED 'B0ED ‘592D Se awes
9¥SO ‘68€D ‘TT2O Se swes ursioid 08 ‘66 HW 1€80
asuodsal SOS “Ind ‘3404 T uIXoponels
‘WPl = 211 '1udAr 'S ‘16ET Bruod
7850 'VESD ‘BYED S sures ureyo eyaq 06 'L6 HW 6280
ase|AX00IBI3p 31L1a0R0[eX0 ‘godIp/gpeo
= zL1 wnunwiydAy s ‘gg9t Bnuod
aselfojul vL 4SSN 9280
anneInd = | /Gy NS BZ BLBUX3) 'S
uajoid AioreinBal 08 1 7810 ‘€860 658 fnuod 86 oM G280
uoJado asouwreyl- = 8T1D LILIBIUS 'S ‘YGED 1¥ZD ‘€9TD Se awes
ureloud 85 z 9e97 Bnuod 16 o) 6180
[eanaodAY = 089Y-VIA SIIIWIBAR 'S
asewnd VNG 06 z 26T Bnuod 86 o) 8180
‘sisaypuAsolq ¥NQ = ZH:LSTO 1109 '3
750 ‘162D ‘6L Se swes Vv ureyo | aseusfioipAysp HaVN ‘vonu G8 ‘96 ‘86 HW 1180
= zL1 wnunwiydAy s ‘27971 Bruod
ase|o1pAy apeydsoyd-g-asofeyan 6L'L6 4SSN/HW €180
‘013 = z.L7 wnunwiydAy °s ‘g0LT Bnuod
ureroud 14 4SSN 108D
Apwey z dnoib ‘asessysue. |As0oA|6
= yreg 'ns sniejnsdea sna20220JAYIBIN
aseaw.ad aaneind £8 ‘86 HWN G080
‘Wiad = €667Q3 1100 "3 ‘69T Bruod
asejAylowsues 16 T 6¥ST Buod 16 oM 1080
a1e]0j0IpAyYRNBYAYIBW-GN-BUIRISAdJ0WOY
judpuadap-zTd = 8TLD BOLIBIG S
s)nsay Anuspl 9%  X1Sv9 SUBWIWOD 03 ABojowoH Amnuspl op  AuoBared #9U0[D

¢("1U092) saguanbag passaadx3 Ajjennualaiq 4o} S}Nsey X1Sv19 pue 1Sv1d T'Al 3|9el

189



urajo.d aApeInd = 1102 '3 Ly Z 166 Bnuoo 6 M 919
guo = aeuownaud "y 86 1 Ty se swes 8897 bnuod 86 oM 0919
TS0 8S 4SSN 8880

ursioud [eanaylodAy = £/0140 1109 '3
ualoud eanaylodAy 8.'6 HN 1880

= 8T.10 BoMaIUd 'S ‘85ST Buod
auiuiBire ‘sisayluAsolq pioe 18'T6 HIN G880

ouwe ‘obie = ZTX 1100 3 ‘g9¢ Bruod
€T.D 01 Jejiwiis $8|nd3JoW |[ews 18°16 HIN €880

0 Lodsuer) ‘awAzus J14193ds jonuURW

VAW = €20140 1102 '3 'yTyT bnuod
ase|oIpAYy Z8 T 7980 ‘9S1D Se awes 18€T 'TryT Buod 96 ‘86 o) 980

aAnend = | /G2 "1Is bauxa|} 'S
6650 ‘285D se awes 8se|ous ‘ous = £/014D 1109 '3 26 H 9980
ase|oIpAy LL T 9780 ‘9SYO Se awes 18€T ‘TryT Buod 96 ‘86 o) 980
annend = 1 /Gy "A1S UBUXa| 'S

GT7 ursioid |ewosoqu 96 'L6 HA 6580

S0S ‘O1d) = £20149 1109 '3 ‘218 Buod
40 = sejuownaud "y 66 4 8550 82986T HU9IL ‘¥6. '889T HnuoD 16 '66 '86 o 6780

'€L¥D 'GEYD 0} JEjiWIS
11180 'S¥SD ‘TTED Se awes

2920 ‘9TTO Se awes utajoud [eanayodAy = 811D 1S L HA 9¥80

1ydA L Jenosas eousjug dsgns edLBIUS 'S
ualoud J0)dadal 219 79 4SSN S¥80

ulwenA aaend = T00T6 s snsad A
6070 '9EED se dwes €678TC Jabues 08 Jabues 780

s)nsey Anuspr 9%  x1Sv1d ISUENTNo}e) 01 ABojowoH Anuspr 9 Aiobare)d #9U0|D

«(7U02) s3ouaNbas passaidx3 Ajfenualayiq 40} SINsY X 1SV 1d Pue 1SV1d T'Al 3lgeL

190



Jayodsuen 29 G0GO Se awes 80T Bnuod 16 o) [4r4s)
29V jo uialoud orwseldiuad Buipuiq
-a1njos aaneind = To0T6 snsad " A
u19)01d sueiquIsw 0L 4SSN 9029
anneind = T00T6 “11s Jenoiq snsad *A
Moj 00} salbojowoy abejusalad 4SSN €029
£2859.1dA ue0id reansyiodAy v9 1G5 Bnuoo 16 )| 0029
= £G62€ dI Sisojnasagniopnasd A
Joje|nBas [euonduosues) 47 €50T Bnuod 66 M 06T9
annend = 0GT6 DLV BoMBIE 'S
Moj 00} salfojowoy abejusalad 4SSN 1819
nungns G6 LE99 se awes 91971 fnuod 86 o)/} 0819
-ewwreb aseA| ajelio = aejuownaud "y
€9GEdA UIal01d [eonaylodAy 19 4SSN 6.19
= T00T6 "11s Jenolq snsad " A
9299 se awes ased v Jredal 26 HN LT
VNQ aAiend = g1 wnunwiydAy °s
Jaodsues) eain aaneind = 19 4SSN 919
TOOT6 "A1S S|IeASeIPaIA Jenolq snsad * A
awosoqu ‘0Tdi ‘1ungns aseoo|suel) 68 HN S/T9
urgtosdaid ‘wjud = €/0140 1109 '3
9/9VALS 9 1€8 buoo 16 )| V.19
urajoud [2on8Y10dAY = 8T 1D BILBIUB 'S
uisloud 6 6v9 Bruod 86 )| 119
AoreinBal = 0§T6 DLV BOMAIUS 'S
synsay Anuapl % syuawwo) 01 ABojowioH Anuap| op  Auobsred #9Uo|D

#("7U02) saouanbag passaadx3 Ajlenusiayiq 10y s}nsey X1Sv19 pue 1Sv1d T°'Al 8lqeL

191



db aseajoud 0L 4SSN 16€9
peayoud anneind = /gMH abeydousioeg

421N ‘uialoid A1ossaooe T9 4SSN 18€9
asealn = £G6Z¢€ dI Sisojnaiagmopnasd ‘A

66¥TALdA ureloid reonayiodAy 65 4 ¥6ET Fuod v6 o) 4453}
= £G62€ dlI sisojnasagniopnasd *A

syuauodwod g4 ‘Aemyred A1033108s G5 4SSN 92€9
Al 8dA1 = uoxiq esoipnsey ejjajAX
mo| 00} ABojowoy abeluaasad 4 000T Bnuod 86 M G¢€O
82986T ¥9IL 88 UoIL 02€9
Joye|nbal 98 HN 68¢9

‘G1A] ‘UOITRIIJIPOW PUE UONE|SURI)
“wd|s = 1/Gpg 1S Bz LIBUX3l} 'S

8se|0IpAY aAneInd = 8T 1D BOLIBS 'S 6 4SSN 1929
v = sejuownaud ) 89 4 €T¥T bnuod S6 o)} 6529
aselajsueljoulwe 28 4SSN €529

aAneInd = €y0TI¥DS BI0A0J0IED T
uisjoad auelquisw aAneind 29 4SSN 8€29

= €662¢ dlI sisojnassgniopnasd A
WHO = aeluownaud Y 86 4 12T ‘SevT '889T Fnuod 96 o) JAXAS)]
Mo| 00} saibojowoy abejusalad 4SSN €€CO
ure104d suelquIBW 18 T 6vST Buod 68 o) 2229

aniend = 0GT6 DLV BOMaIUS S

Moj 00} saifiojowoy abejusaiad 4SSN §T¢O
s1nsay Anuspl 9%  X1Sv9 SIUBWIWOD 01 ABojowoH fAnuap| 9 A1obare)d #29uo0|D

¢('1U09) saouanbas passaadx3 Ajeiruaiayiq 40} S} Nsey X1Sv 19 pue 1Sv19 T'Al 3|gel

192



punoy Aureiwis Juediyiubis ou 4SSN 769
4 uisAjowsay = 1109 3 0L z 25971 Buod 66 ) 5879
9869 se awes ursjoud [eonayiodAy = /H:/GTO 1109 3 18 HIN 2879
Moj 00} salfiojowoy abejusalad 4SSN 879
ybiy 001 anjeA 8/2109s 4SSN 6.v9
ybiy 001 anjeA 8/2109s 4SSN IZA0)]
ybiy 003 anjeA 8/2109s 4SSN €LVO
16.0nd utzio1d 144 4SSN L9V9
[eanayodAy = TOLL SusdsauIwn| 'd
0vSO ‘12O Se awes udoad a1wsejdoifo/auelquaw 16 HA S9Y9
Jauur aaneind = g1 77 wnunwiydAy s
uisioud podsues) sueiquisw €8 HN/OM Y99
ajqissod = eauBIUS 'S ‘PYST BuoD
aseawsad aAneInd = ZT) 1102 3 6¢ 4 €0.9 G291 Bnuod 86 o) 1579
pue ‘2899 ‘6EYD se swes
g0 = sejuownseud” H 00T T 09TO se awes 8897 Bnuod 86 )| 120
mo| 0o} ABojowoy abejusasad 4 €0.9 G291 bnuod 86 oM 6EVO
pue 899 ‘TGO se awes
6d6 = zzoMH abeyd eusioeqossiug 8 4SSN 8EYO
Joje|nBas feuonduosuely 184 4SSN YEVO
annend = z1 7 wnunwiydAy 's
J0}QIyuI uonenIUl UoHe|SUR) g8 z G199 se aures 809 Buoo 86 oM AN &)
annend ‘4614 = 9dDIND SNIYIUINA “A
s1nsay Anuapl o  X1Sv9g SJUBIWIOD 01 ABojowoH Anuap| o  Auobared #9U0|D

«('1U02) seouanbag passaadx3 Ajfenuaiaiq o) syNssy X1Sv 19 pue 1Sv1d T'Al 8|gel

193



asedllay YNQ aarend 29 4SSN 5659
= GTTTIId wnus)oegna painynoun
uoibal SdJ ut utajold e 8'SS 9 T 9zzt Bnuod /8 oM 2559
leanayodAy ‘O = aeluownaud “y
40 = dejuownsud "y 66 T 9/99 ‘7999 Se swes 82986T HU9IL ‘v6. ‘'889T Fuod 16 '66 o)} L¥9O
aseuaboipAyap 6 4 85T Biuod 66 oM s
31e1190S! = 8TLD BIMAIUD 'S
T2SO 'S9P se awes urgjo.d o1wsejdoifo/eueiqisw 16 HN ovso
Jauur eaneInd = z1 7 wnunwiydAy s
JoyeAnoe jeuonduosuely 8y 4 658 Buod 86 o) 8€99
anneind = /H:/STO 1109 "3
uoifal 16 14 T.ST Bnuod 9 oM L€SD
,€ guo) ui uigyoud jeanayiodA y ‘1onpoud
uigjold pawreuun = aeiuownaud "y
aseajoud saneind = gT 1100 '3 L T 05O se aules 08TT Bnuod 06 )| 9€59
7SO ‘G9pO se awes urjo.d d1wsejdorfo/aueiquusw 16 HN 1259
Jauut aaneind = z1 7 wnunwiydAy s
A utajoud 19 4SSN 8159
aoue)sisal Bnupninw = gT 1109 3
urejoad Buipuig uoat €9 T 2129 Se swes 80T Bnuod 96 o) 5089
olwsejduiad ‘Jauodsuen Dgy aaleind
= £G62€ dI Sisojnaagniopnasd A
moj 00} ABojowoy abejuaasad 4 9£GO) Se awes 08TT Bnuod 06 )| 059
aseuny St 4 LTy Bruod 00T o) €059
350]0JAx-T aAneInd = TO0T6 snsed A
s1nsay Amusprop  x1Svg sjusWIWo) 01 ABojowioH Anuap| op  Auobsred #28U0|D

#("7U02) saouanbag passaadx3 Ajlenusiayiq 10y s}nsey X1Sv19 pue 1Sv1d T°'Al 8lqeL

194



urajoud Jaysn [euquily or 4SSN €199
aanend = 0GT6 DOLV BOLaS 'S
MO] 00} salbojowoy abejusolad 4SSN G099
$O1I3)US J3Y30 0} salfiojowioy 66 HN 099
J0 sayd1a.Is Moys ‘zezT Bnuod
Mo| 00} saibojowoy abejusalad 4SSN €099
Mo] 00} saibojowoy abejusalad 4SSN 2099
uiajoud Jaysn [enquiiy 6g 4SSN 86569
anneInd = 0576 DDLY MRS 'S
Mo] 00} saibojowoy abejuaalad 4SSN 1699
JouodwAs 59 4 809 ‘T6€T Bnuod 00T ‘86 )| 1699
auIjoJd/+eN = 9dIND SNILIUINA “A
@ asesawos! suen-sia |Ajoid €8 HIN 8869
-Apndad ‘qidd/neaA = £20140 1100 '3
¢8O Se awes uijoud [eanayiodAy = /H:2STO 1109 3 88 HW 9899
Josindaud epy uislod = £20140 1109 3 G99 4SSN 6.99
juawiabely paysiulyun v 1ydAresed ‘s 08 HWN G999
urzroud 99 4SSN 1959
aueiquisw aAieInd = TOOT6 snsad *A
GG/¥0 €9 4SSN 85589
utajoud jeonayiodAy = £20142 1109 3
Japodsuen 8 T 09T Bnuod 86 fo)Y| 1659
auLIas aAleInd = 0GTE DOLV BILSIUS 'S
synsay Anuspl 9  X1Svg sjusLIWOD 01 ABojowoH Anuspl o A1obae)d #28U0|D

#("3U00) s30uUsNbas passaidx3 Ajjenuatayiq J40) synsey X1Sv 19 pue 1Sv19 T'Al 8lqeL

195



S uIg104d 39UdINIIA = dejuownaud Y 96 4SSN .99
g0 = dejuownaud "y 66 T 9299 LSO Se awres 829867 U9OIL ‘v6. ‘889T BnuoD 16 '66 jo)| 7999
Mo] 00} sa1bojowoy abejusalad 4SSN 8599
6db = zz0XH 8beyd els1oeqoIsIUT 88 4SSN €599
Mo 00} ABojowoy abejusased 1 099 Se aures 8821 Buuod L6 4SSN/OM 0599
Mo] 00} sa1fojowoy abejusaiad 4SSN 8799
421N ‘uisroad A1ossadoe 19 4SSN 91799
8s5eaIn = €662 dI SIsojnasagniopnasd * A
auoJadeyd [enquiy | 8dA = 1100 '3 0L 4SSN S99
Moj 00} salfojowoy abejusdlad 4SSN 799
MoJ 00} sa1fojowoy abejusaiad 4SSN €799
mo| 00} ABojowoy abeiusaiad 4 0599 Se awes 88¢T Bnuod 00T )Yl 0799
utalousd Aemyyed uonaides Al adAL ‘9guin 28 HA 8€99
= T00T6 *11S S|IenseIpalAl Jenolq snsad * A
nungns 00T 4 08TO Se awles 9197 Bnuod L6 o) LE99
-ewweb aseA| a1esd = sejuownaud "M
mo| 00} ABojowoy abejusaiad 4 68971 Bnuod 16 M GE9D
ursjoud ¥9 z 16€ Buod 16 o) 6299
Buipuig o1wsejdiiad waisAs podsuesn
aAneInd = 0ST6 DDV BILBIUS 'S
Moj 00} salfojowoy abejusaiad 4SSN 1299
LLTO Se sules ased 1V Jredal 6 HWN 9299
VNG 8Aaend = z1 7 wnunuiydAy s
s)nssy Anuspl o X1Svdg S)UBIWOD 01 ABojowoH Anuspl o Aiobared #29uo|D

+(1U09) soUBNbag passaidx3 Ajlenualagiq 4oy sNsey X1SY 19 Pue 1Sv1d T'Al 8jgel

196



*A1anb ap110sjanu palejsue

e Buisn aseqerep uisloid sy} S8ydJess X1 S 19 “uolew.ojul aduanbas aiow urelgo ol yasess X | S\ 1g e Ul pasn alam sadusnbas

4SSN pue O3 ‘sawousb pasuanbas Jo aseqelep Jabues ay) 0} saibojowoy ‘Jabues pue :punoj sallLeILWIS Juedlyubis ou ‘4SSN ‘elisoeq
snolreA 0 salfojowoy spdnjnw ‘HIN ‘82582 HOIN urens 01 Buibuojaq sHuod e|jaisga| snoliea 01 saibojowoy ‘O ase oul padnoih
Sem auo|d Yyaea sallobisie) ‘Asanb apnosjonu e Buisn aseqelep ayl SaydIess YdIYm YdaJeas ] S\/1g e ul pasn a1am saouanbas ||y 811sgam
(199N) uonewioyu ABojouydalolg Joy 18juad JeuoiieN ayl ojul paundul pue padusnbas alam s1onpoid uonezIpLIgAY aAI30RIgNS PAUO|De

9SB3]9NUOPUS UONDISA) 26 HIN S0.9
anneind = z1 7 wnunuwiydAl ‘s

urewop a1j-ajeydsoyd ‘uisjosd 08 T 9097 Buod 96 M 0.9
leanaylodAy panIasuod = ZT 1109 '3

siapodsues) pajeras pue JapodwiAs 8¢ 4 2899 Ge9T Bnuod 86 o)} €0L9
asoqijawy/+eN = Op-g suepetbap ‘N 'TSYD ‘6EVO Se awes

aelquiy | adA) Jo Ajquissse pue podxa 69 4SSN 009
‘ursjoud aurlquiaw J8INO0 = T 1102 I

mo| 00} saifojowoy abejusdsad 4SSN 1699
NOJI = ZL 7 wnunwiydAy s ‘eousius 's 8. HIN 9699
aseajod uo Juspuadap 76 HA €699

-d 1V aAneInd = z 17 wnunwiydAy 's

surewop ased | vy/aseawad 95 4SSN 0699
‘dwind xnpye Brupnnw
= €G662€ dI Sisojnasagmopnasd *A

s1apodsuel) pajejas pue JapodwiAs 8¢ 4 €09 G291 Buod L6 oM 2899
asoqijawy/+eN = Op-g suepesbap ‘N ‘TSPO ‘6EYO Se awes

V4O seluownaud 88 z G2l 'Lyt ‘8891 bnuod 00T ‘66 ‘96 o)’} 1199

40 = sejuownsud "y 66 T 7999 ‘LySO se swes 829861 UOIL ‘¥6. ‘889T BU0D 16'66 ) 9/99

10}qIyur uofreniul uoe|sues a8 z 2€YO se awes 809 Bnuod 86 oM 6199

anneind ‘4614 = 9dDINID SNoIUINA “A

s)nsay Amuspl 9% x1Sv1d SJusWWOD 01 ABojowioH Amwuspr 95 AioBered #9U0[D

«("1u02) seouanbag passaidxg Ajenualallig 104 SYNSaY X1Sv1g pue 1Svg T'Al 8lgel

197



PCR confirmation for unique expression of sequences in strain 43816

Sequence specific primers were generated from 54 out of the 284 differentially
expressed sequences from the cDNA subtraction and 27 out of the 107 unique sequences
from the genomic DNA subtraction. These sequences were chosen for further analysis
because of their homologies to enteric genes that could potentially play a role in
virulence. They were grouped into 7 categories: regulatory proteins (RP); metabolic
genes (M); protein secretion (P); antimicrobial, antibiotic, or stress resistance related (R);
iron related (1); type | fimbrial associated proteins (T); and those with miscellaneous
functions (Misc). Total cDNA from 43816 and IA565 served as PCR templates for
amplification using the 54 sets of primers and genomic 43816 and 1A565 DNA served as
PCR templates for the amplification using the 27 sets of primers. The results are listed in
Table I1V.2.

A representative agarose gel image from this PCR confirmation experiment is
shown using genomic 43816 and 1A565 DNA for only 10 out of the 27 primer sets
(Figure 1V.8). 43816 sequence uniqueness were confirmed when a band was present
using 43816 genomic DNA as template and absent using IA565 genomic DNA. For
analysis of the sequences obtained from the cDNA subtraction, using 15 and 25 PCR
amplification cycles for each primer set did not yield a difference in band intensity for the
total cDNA templates. Therefore, 43816 differentially expressed sequences could only
be confirmed when a band was present using 43816 cDNA as template and absent using

IA565 cDNA. The results from the subtractive hybridization are listed in Table IV.3.
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Figure 1V.8 Representative Gel of PCR Confirmation Results for Genomic DNA Subtraction
PCR primers to a subset of the cloned subtractive hybridization products were generated and PCR
was performed on total genomic DNA or cDNA for confirmation. This is one of the gels showing
results using genomic DNA as a template. In each group, 43816 wells are on the left and 1A565
wells are on the right.

Group 1: Clone G693 that has high homology to a putative ATP-dependent Lon protease

Group 2: Clone G696, that has high homology to iroN

Group 3: Clone G255, that has high homology to IutA

Group 4: Clone G180, that has high homology to the citrate lyase gamma subunit

Group 5: Clone G387, that has high homology to ureF

Group 6: Clone G176, that has high homolgoy to a putative urea transporter

Group 7: Clone G538, that has high homolgoy to a putative transcriptional regulator/activator
Group 8: Clone G674, that has high homolgoy to Virulence Protein S

Group 9: Clone G598, that has high homolgoy to the putative fimbrial usher protein, sthB

Group 10: Clone G700, that has high homolgoy to fimD
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Discussion

Using a PCR-based suppressive subtractive hybridization technique, 9 DNA
sequences present in K. pneumoniae strain 43816 and absent or less expressed in strain
IA565 were identified (Table 1V.3). While the role that each of these genes potentially
play in K. pneumoniae virulence is currently unknown, one can speculate based on the
current understanding of the function of each gene in other bacterial species.

In both the genomic DNA and cDNA SSH technique, sequences DQ211084 and
DQ211085 specific for the pathogenic strain 43816 were homologous to iroN from both
S. typhimurium and E. coli. lron acquisition via secretion of low molecular weight, high
affinity iron chelators termed siderophores has been well documented as a virulence trait
in many enteric bacteria [12]. Clinical and environmental isolates of K. pneumoniae have
been shown to secrete the siderophores, enterochelin (enterobactin) [13, 14]. In E. coli,
iroN was recently found to be the siderophore receptor for enterobactin. Additionally,
iroN was shown to be a virulence factor in a murine model of urinary tract infection [15].
Our findings suggest a putative iron-dependent mechanism for the pathogenicity
observed for strain 43816 in our model of bacterial pneumonia.

Sequences DQ211086 and DQ211087 obtained from the genomic DNA SSH
technique were homologous to gene products involved in type I fimbriae formation in
both S. typhimurium and E. coli, sthB and fimD, respectively. Because K. pneumoniae is
an extracellular pathogen, a critical step in the infectious process is adherence to host
mucosal surfaces. Adherence properties are mediated by fimbrial adhesions. Klebsiella

spp. can produce type 1 and/or type 3 fimbrial adhesions [16]. The majority of clinical
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respiratory isolates of K. pneumoniae reportedly express type 3 fimbriae [17], suggesting
the importance of this fimbrial type in virulence. However, a previously constructed
mini-Tn5 transposon mutant strain of K. pneumoniae 43816 defective in expression of
type 3 fimbriae [18] was equally virulent following intratracheal inoculation as the
parental 43816 strain. This suggests that in vivo pathogenicity of strain 43816 is not
dependent upon type 3 fimbriae expression. However, the role of K. pneumoniae type 1
fimbriae expression in pathogenesis is unknown. Our findings suggest that type 1
fimbriae may play a role in K. pneumoniae pathogenicity in our model of acute bacterial
pneumonia.

Sequence DQ211088 had high nucleotide sequence homology to K. pneumoniae
gene kvgS which was also previously identified by Lai et. al. as a K. pneumoniae virulent
strain specific sequence [6]. The group identified the virulent strain-specific sequence as
having high homology to bvgAS, a two-component signal transduction system in
Bordetella pertussis previously identified as a virulence factor [8]. They subsequently
identified the sequence as gene kvgAS, a two-component system found in K. pneumoniae
with homologies to the bvgAS system [9]. The role of the kvgAS system in K.
pneumoniae virulence could not be established in their mouse peritonitis model since the
pathogenicity of a kvgS deletion mutant was comparable to that of its parental strain.
However, the role kvgsS plays in our model of bacterial pneumonia is open to further
investigation.

Four sequences obtained from the cDNA SSH technique were homologous to
genes found in Pseudomonas, Salmonella and E. coli involved in energy production and

conversion (DQ211090), transcriptional regulation (DQ211091), restriction endonuclease
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activity (DQ211092), and membrane transport (DQ211089). The possible involvement
of these genes and their putative functions in K. pneumoniae in vivo pathogenicity
remains to be established.

The genetic differences in our K. pneumoniae strains and their role in establishing
pneumonia may be extremely useful in determining bacterial factors involved in the
disease initiation and progression. They may also aid in providing insight into the
genetic mechanisms enabling K. pneumoniae to be an effective opportunistic pathogen.
In addition, these sequences highlight the genetic differences between a K. pneumoniae
opportunistic pathogen and a commensal organism. It is interesting that the majority of
the sequences identified in this study are not classically thought of as virulence factors.
These include proteins involved in transcriptional regulation, membrane transport,
restriction endonuclease activity and energy production and conversion. Yet these gene
sequences were differentially expressed in the K. pneumoniae strain that can colonize the
lungs and not in the commensal 1A565 strain.

As a model for K. pneumoniae virulence versus commensalism, opportunistic
pathogens can cause disease in a two-pronged approach depicted in Figure 1V.9. First,
expression of the non-classically associated virulence factors allows persistence/survival
in areas of the host that are normally microbe-free, such as the lung. Second, the
expression of the classical virulence-associated factors, such as iroN and type | fimbriae
genes, enable these organisms to grow and thus cause disease in that environment. For
strain 43816, persistence and survival is achieved by expression of genes that enable this
bacteria to cope with the inhospitable environment of the lung: high oxygen levels,

presence of reactive oxygen species, low pH, and presence of innate immune defenses.
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The subsequent growth of the bacteria and disease progression is due to the expression of
classically associated virulence factors such as fimbriae for epithelial binding and capsule
for immune evasion. In contrast, strain IA565 lacks these types of factors and can only
proliferate in mucosal sites that are normally inhabited by various microbes. Thus, K.
pneumoniae commensals are not genetically equipped to persist and grow in the lung
environment.

Collectively, these results suggest that there are various mechanisms controlling
commensal colonization at different mucosal sites such as the microflora and
inflammatory processes. Furthermore, inherent properties of commensals and
opportunistic pathogens dictate their ability to cause infection independent of the immune

state of the host.
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Chapter V

Discussion and Future Directions

Klebsiella pneumoniae Mutagenesis

In the previous chapter, several uniquely expressed sequences were found in the
virulent K. pneumoniae strain 43816. The generation of targeted gene deletion mutants
was attempted to determine the role FimC and UreF, a type | fimbrial chaperone protein
and urease accessory protein, plays during K. pneumoniae mediated pulmonary infection.
However, using various techniques, strain 43816 mutants were unable to be generated.

The details of this attempt are described below.

Rationale for Choosing Targeted Genes

To identify other possible virulence factors in K. pneumoniae, 25 pairs of primers
were generated from E. coli sequences encoding entA-F, enterobactin synthesis genes;
fhuA, ferrichrome receptor; fhuk, rhodoturulic acid receptor; fecA, ferric citrate receptor;
fepA, siderophores receptor, iucA-D, aerobactin synthesis; ureF, urease accessory protein;
and fimC, sthE, and sthB, type | fimbrial proteins. Strain 43816 and 1A565 genomic
DNA was used as template and PCR results are shown in Figure VV.1. Gene sequences
that were found to be present in strain 43816 and absent in strain IA565 were iroN, ureF,
a urea transporter sequence, sthg, fimC, sthB, emrY and entA (Figure V.1B). Both iroN

and sthB were sequences identified in the subtractive hybridization technique and were
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previously confirmed to be exclusively present in strain 43816 (Table IV.3). However,
for constructing K. pneumoniae mutants, the UreF and FimC genes were targeted for
insertional inactivation with a kanamycin resistance cassette. The urease and type |
fimbriae operon has been sequenced in E. coli and were found to be present with 60-80%
nucleotide homology in the K. pneumoniae MGH 78578 strain (Figure V.2 and V.3).
Thus, because these genes were sequenced and sequences flanking the targeted site are

known, ureF and fimC were targeted for deletion.

Introduction to allelic exchange approaches used

Suicide Vectors:

Similar techniques performed in this study were previously used to mutagenize K.
pneumoniae strains 43816 [1, 2], LM21 [3], and CG43 [4]. These studies used
conditionally replicative plasmids, or suicide vectors, that allow construction of
mutations and propagation in a bacterial host able to replicate them. Plasmids carrying
the R6Ky DNA origin, like in pWwM91, pLD55, and pKAS32 used in this study, depend
on the pir gene product for replication. In addition, bacterial hosts harboring these
plasmids usually contain conjugation genes, called transfer or tra genes, which encode a
surface appendage, the pilus. This is essential for recognition and mating-pair formation
with the potential recipient cell [5]. E. coli strain 47084 is Tra+ due to the
chromosomally integrated RP4 fragment [6]. In this study, E. coli strain 47084, carrying
suicide plasmids with various disrupted K. pneumoniae genes, was bacterially conjugated

to the recipient 43816 strain for horizontal transfer of these DNA sequences. The
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recipients were then grown under certain conditions that select for the allelic replacement
of the mutated genes with their wild-type counterparts.

The suicide vectors pWM91 and pKAS32 both contain a counterselectable marker
that further identifies the generation of K. pneumoniae mutants. The plasmid, pKAS32
contains the rpsL gene which encodes for ribosomal protein S12. A streptomycin
resistant derivative of K. pneumoniae strain 43816, 43816S, was generated as a suitable
recipient cell to use in this mutant selection method. When rpsL is expressed from
pKAS32 in 43816S, the gene product assembles into ribosomes and confers a
streptomycin sensitive phenotype. Selection for streptomycin resistance enables
identification of transconjugants that have excised the plasmid sequences [7]. This type
of method was used to generate the K. pneumoniae CG43 kvgS mutant [4]. The sacB
gene on pWM91 when expressed in strain 43816 confers sucrose sensitivity, thus the
subsequent ability to grow on sucrose plates provides another counterselectable marker to
screen for K. pneumoniae mutants [6].

Lambda Red Recombinase System:

Three genes of the bacteriophage lambda () have been used to induce DNA
recombination events with as little as 40 nucleotides of shared sequence. The three genes
of the A red system are exo, gam (y), and bet (B). The exo gene encodes an exonuclease
which digests the 5’-end of double-stranded DNA, the 3 product binds to single-stranded
DNA and promotes strand annealing, and the y protein binds to and inhibits bacterial
RecBCD enzyme [8]. Expression of plasmid encoded Red genes in bacterial cells is able
to facilitate recombination between the bacterial chromosome and linear dSDNA

molecules exogenously introduced via electroporation [9].
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Allelic exchange using suicide vectors introduced via bacterial conjugation

K. pneumoniae strain 43816 FimC and UreF sequences were amplified using
primers generated from K. pneumoniae specific sequences (Figure V.4) and cloned into
pPCR-Script Amp SK(+) generating pFimC and pUreF. PCR amplification of the cloned
insert was performed using the T3 and T7 primers flanking the cloning site (Figure V.5A)
as well as excision of the inserts via restriction enzyme digests with Notl and Acc65I
(Figure V.5B) to confirm cloning of the desired FimC and UreF genes. The kanamycin
resistance gene from pUC4K was removed via Pstl digestion and 155bp and 100bp sized
internal fragments were removed from pFimC and pUreF, respectively (Figure V.6) to
generate pFimCA and pUreFA. The kanamycin cassette was ligated into the pFimCA and
pUreFA vector and then excised via restriction enzyme digest with Notl and Acc65I
(Figure V.7A). The excised fragments, FImCAK and UreFAK, had predicted sizes of
about 2Kb. However, Figure V.7A shows 2 bands at 3Kb and 2.5Kb. The 3Kb band
represents the vector and the 2.5Kb band represents the FimCAK and UreFAK fragments.
Since the fragment sizes were about 500bp larger than expected, pUreFAK was submitted
for sequencing and it was found that there was an approximately 500bp repeat of the 3’
end of the kanamycin cassette within the disrupted genes. This is depicted in Figure
V.7B. Despite this, the FImCAK and UreFAK fragments were cloned into the pLD55
suicide vector.

Primers were generated containing a Notl restriction enzyme recognition site, 40
nucleotides homologous to either FimC or UreF genes, and P1 or P2 sequences flanking
the kanamycin resistance cassette in pKD4 (Table 11.4). Using pKD4 as template, the

primers were used to construct FimCAKan® and UreFAKan®, insertionally inactivated
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Figure V.4 Amplification and Isolation of K. pneumoniae strain 43816
FimC and UreF Sequences

Primers were generated towards K. pneumoniae FimC and UreF sequences
and amplified in strain 43816. Expected sizes were 927bp and 907bp for
FimC and UreF, respectively. 100bp ladder is shown on the far left hand

side.

227



(@) ur pasn Jappe| gMT pue (V) ul pasn Jappe| dqooT “AjeAnoadsal ‘Hain
pue DWi4 JO SHUasul pauojd pasioxe ayl si Juswbely dgTee pue dqTTOT Yl pue J0JoaA ay) SI Juswbely
gME ayL "aus Buruod ayy Bunpjuely saus uonloLIsa anbiun ‘G929 pue [1I0N YHM paisabip os|e a1am

sauab pauojd asayl 10199/ Axdwa ue Jo uodijdwe syl syussaidal sue] DN (V) uoIasul WIIUod

01 auab pauojd ay) Ajljdwe 03 pasn alam alls Buluojd ayy Bumjuels siswid /1 pue €1 ‘Siuew.lojsuel)
[eL1810.eq Wouy paje|osl atam spiwse|d pue 10199/ (+)MS dwy 1d119S-4Ddd 01Ul pauojd 81am Saua9)
S3UI) 434N puR DWIH Pauo|d JO uonew.yuo) g'A ainbi4

228

[ ———
pa1sasIp - PRIsasIp

T
S oN' | owrad | ON




internal fragment

+
bp <
3054 @
R
2036
1636
3054
1018 2036
506

Figure V.6 Generation of pFimCA and pUreFA

Plasmids were digested to remove fragments of interest. pUC4K was digested
with Pstl to remove the 1.2Kb Kanamycin resistance gene. pFimC was digested
with Blpl and BseRI to remove a 155bp internal fragment. pUreF was digested
with Bpul0l and Blpl to remove a 100bp internal fragment. 1Kb ladder and
100bp ladder are shown.
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FimC and UreF genes. These fragments and the suicide vectors, pWWM91 and pKAS32,
were digested with Notl (Figure V.8A). FimCAKan" and UreFAKan" were ligated into
pWMO1 and pKAS32 forming plasmids 101, UreFAKan® in pKAS32; 102, FimCAKan®
in pKAS32; 103, UreFAKan® in pWwM91; and 104, FimCAKan® in pWM91. These
plasmids were then transformed into E. coli strain 47084 and plasmid preps from the
bacterial transformants were PCR amplified using FimC and UreF specific primers to
confirm ligation (Figure VV.8B). Strain 47084 containing plasmid 103, strain H103, was
mixed with K. pneumoniae 43816 and aliquots of the conjugation mixture were plated
onto LB-sucrose plates. Strain 47084 containing plasmids 101 and 102, strain H101 and
H102, respectively, were mixed with a streptomycin resistant derivative of K.
pneumoniae 43816, 43816S, and the conjugation mixtures were plated on LB-
streptomycin plates.

Nineteen transconjugants from mating 43816S and H101, 26 transconjugants
from mating 43816S and H102, and 9 transconjugants from mating 43816 and H103 were
obtained and analyzed via colony lysate PCR using the respective FimC and UreF
primers (Figure V.9). None of the transconjugants harbored the insertionally inactivated

genes.

Allelic exchange using temperature sensitive plasmid

Primers were generated containing Acc65I restriction enzyme recognition site, 40
nucleotides homologous to the FimC gene, and P1 or P2 sequences flanking the
kanamycin resistance cassette in pKD4 (Table 11.4). Using pKD4 as template, the

primers were used to construct FimCAKan®, an insertionally inactivated FimC sequence.
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Figure V.9 Colony Lysate PCR of Transconjugants

Strain 43816S was conjugated to strains H101 and H102. Strain 43816 was
conjugated to strain H103. 19 transconjugants from mating 43816S and H101,
26 transconjugants from mating 43816S and H102, and 9 transconjugants from
mating 43816 and H103 were obtained and analyzed via colony lysate PCR
using the respective FimC and UreF primers. Wild-type amplicon for UreF is
1329bp and for FimC is 1225bp. Mutant amplicon for UreF is 2546bp and
1954bp for FimC. wt denotes FimC amplicon for original 43816 strain.
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This was cloned into the Acc65I digested pKD78, a chloramphenicol resistance gene
containing vector, whose replication in a bacterial host is temperature dependent. This
was then transformed into K. pneumoniae strain 43816. Bacterial colony lysate PCR was
performed on a bacterial transformant and strain BW26949, a strain harboring pKD78,
using 2 set of primers specific for plasmid sequences and the kanamycin resistance gene
(Figure V.10). The plasmid specific and kanamycin resistant gene sequences were
present in strain 43816 harboring FimCAKan® ligated into pKD78. Strain BW26949
only contained the plasmid specific sequences as expected. Strain 43816 harboring
FimCAKan® ligated into pkK D78 was grown overnight at the permissive temperature to
select for 43816 bacteria harboring the plasmid and then for 2 days at the non-permissive
temperature to induce integration of the plasmid into the chromosome. The cultures were
diluted onto LB-chloramphenicol plates and a robust colony was chosen and grown for
several days at the permissive temperature to select for bacteria that have excised plasmid
sequences. Aliquots of this culture were patched onto LB-chloramphenicol plates and
bacteria that were chloramphenicol sensitive and kanamycin resistant were analyzed for
FimCAKan® chromosomal integration via PCR with FimC and kanamycin resistance
cassette specific primers (Figure V.11A and B, respectively). None of the colonies

selected contained the disrupted FimC gene.

Allelic recombination using the lambda red recombinase system
The lambda red system was also used in this study to obtain K. pneumoniae
43816 mutants. For this method, the FimC gene was targeted for insertional inactivation.

Figure V.12 illustrates the wild-type FimC gene and the area targeted for deletion as well
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Figure V.10 Generation of a Temperature Sensitive Plasmid Containing FimCAKanR
The FimAKanR fragment was cloned into pKD78 and then transformed into strain 43816.
Colony lysate PCR was performed on that strain and strain BW26949, which contains pKD78
without the cloned fragment. Gam (a) and kanamycin cassette (b) amplifying primers were
used. Gam primers amplify a 349bp region and the kanamycin primers amplify a 471bp
region. 1Kb ladder is shown.
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as the expected PCR products from amplification of wild-type and mutant DNA. Primers
were constructed containing 40 nucleotides homologous to the FimC gene, and P1 or P2
sequences flanking the kanamycin resistance cassette in pKD4 (Table 11.4). The linear
dsDNA fragment, FimCAKan® depicted in Figure V.12 was constructed using those
primers and pKD4 as template (Figure V.13A). pKD78 was transformed into strain
43816, transformants are designated HLO78. Bacterial lysate colony PCR was performed
on those transformants using primers generated from plasmid specific sequences (Figure
V.13B). FimCAKan® was electroporated into HL078 and the cells were grown on LB-
kanamycin plates. Allelic exchange of the disrupted FimC gene with the wild-type gene
was screened for via PCR using FimC primers flanking the targeted deletion site (Figure
V.13C). None of the bacterial cells contained the mutated FimC gene.

Two modifications to the lambda red system were made to facilitate K.
pneumoniae strain 43816 mutagenesis. In the first modification, bacteriophage ¢X174
Haelll-digested DNA was added to the solution of FimCAKan® fragments at a ratio of
100:1 to circumvent the possibility that K. pneumoniae exonucleases were digesting the
linear dsSDNA fragment preventing FimCAKan® from integrating into the chromosome.
This mixture was electroporated into HLO78 cells and transformants analyzed by PCR
(Figure V.14). None of the bacterial cells contained the mutated FimC gene.

In the second modification, more gene homology regions flanking the kanamycin
resistance gene was added to increase efficiency of allelic exchange. Construction of a
UreA disrupted gene fragment has been previously described [3] and thus a similar
approach was used in this study. The diagram for the construction of UreAAKan® is

shown in Figure V.15. Not to spoil the ending, but this construct proved very difficult to
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Figure V.14 Mutagenesis of 43816 using the Lambda Red System and Decoy DNA
Bacteriophage ¢X174 Haelll-digested DNA was added to the solution of FimCAKanR
fragments at a ratio of 100:1. This was electroporated into HLO78. PCR of colonies that
grew on LB-kanamycin plates using PCR Test FimC1 and FimC2 primers was performed.
None of the transformants contained the disrupted FimC gene. Wild-type (wt) FimC gene
expected size is 1225bp. Mutated FimC gene expected size is 1938bp.
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generate. The primary author of the paper this protocol was obtained from indicated that
making this construct was a little tricky — a huge understatement.

The 403bp (V - VII-P1) 5" and 671bp (VI — VI11-P2) 3’ end of the UreAAKan®
fragment were generated via PCR using 43816 genomic DNA as template (Figure V.16).
Those fragments were then combined with the P1 and P2 primer amplified kanamycin
resistance cassette from pKD4 and subjected to three various PCR conditions to obtain
the 2,530bp UreAAKan® fragment (Figure V.17). PCR conditions for Condition #1 were
94°C for 5 minutes and 35 cycles of 94°C for 1 minute, 63°C for 30 seconds, and 68°C for
2.75 minutes. PCR conditions for Condition #2 were 94°C for 5 minutes and 35 cycles of
94°C for 30 seconds, 63°C for 30 seconds, and 72°C for 3 minutes. PCR conditions for
Condition #3 were 7 cycles of 94°C for 1 minute and 63°C for 45 seconds followed by 35
cycles of 94°C for 1 minute, 63°C for 30 seconds, and 72°C for 3 minutes. These
conditions did not yield the desired product.

Using a different approach, fragment A, consisting of the 403bp end and
kanamycin cassette, and fragment B, consisting of the kanamycin cassette and the 671 bp
end, were generated and those fragments were gel purified (Figure V.18). Those
fragments were then incubated with the \VV and VI primer in various PCR conditions to
generate the UreAAKan® fragment (Figure V.19). PCR conditions for Condition #1 were
10 cycles of 94°C for 1 minute and 55°C for 1 minute followed by 40 cycles of 94°C for
45 seconds, 55°C for 45 seconds, and 72°C for 3 minutes. PCR conditions for Condition
#2 were 94°C for 5 minutes; 10 cycles of 94°C for 5 minutes and 55°C for 2 minutes;
followed by 40 cycles of 94°C for 1 minute, 55°C for 2 minutes and 72°C for 3 minutes.

PCR conditions for Condition #3 were 94°C for 5 minutes followed by 30
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400bp

Figure V.16 Left-handed and Right-handed Fragments of UreFAKanR
Using 43816 genomic DNA as template, primers V and VI1I-P1 (Lane 1) and
primers VI and VI11-P2 were used to amplify the left and right hand fragments
of UreFAKanR. Expected sizes are 403bp and 671bp. 100bp ladder is shown.
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Figure V.17 Results of Various PCR Conditions Used to Generate UreFAKanR
Expected product size is 2530bp. None of the PCR conditions used generated the
desired product.

244



"(g) pajuind |ab asouebe pue
paule)qo alam sazis asoyl 01 Buipuodsallod sjuswbeld () ul umoys ale g pue v siuswbel) Jo welbeiq
yuedv4aan jo syuswbeld g pue v gT°'A a4nbi

dg/¢Tz = wswbely g

A 4

yUued

dagoy

dge/8T = wswbely v

A

A 4

- — .I..” <
. G dgr29
f— —
. ) — I9'T
L 7
L qQE
[ e
l dgr.9

yUe>

dagoy

m
o

245



"onpo.d paiisap
3y} pajeaual pasn suoNIPuod ¥Od a8yl Jo suoN "dgogsz st azis 1onpoud paroadx3
yUBM V481N 81eJ3ud9) 01 g pue v Buisn suonipuod ¥Od 40 syNsay 6T A a4nbi4

8T
84
vy,
L s ol

Q3
03

B Resnll [ |
F# UOTIIPUOD £ UOT}IPUD)) T# UOIpUO)) T# UOTIPUOD

246



cycles of 94°C for 1 minute, 55°C for 2 minutes, and 72°C for 3 minutes. PCR conditions
for Condition #4 were 94°C for 5 minutes followed by 30 cycles of 94°C for 2 minutes,
55°C for 5 minutes, and 72°C for 3 minutes. These conditions did not yield the desired
product.

In one final attempt to generate the UreAAKan® fragment, varying mixtures of
Taq and Pfu DNA polymerase were in the PCR reaction (Figure V.20). The Taq
polymerase used in these reactions do have 3’ to 5’ exonuclease proofreading activity due
to an exogenously added enzyme (see Materials and Methods). However, Pfu has natural
3’ to 5’ exonuclease activity and the half-life is significantly longer than Taq polymerase.
Two reactions were run with the 403bp and 671 bp fragments as primers and the
kanamycin cassette as the template. The PCR products in lane 1 were obtained from
using only Taq polymerase in the reaction mix. The PCR products in lane 2 were
obtained from using Taq and Pfu polymerase at a ratio of 0.75 units to 0.25 or 3:1.
Surprisingly, using the Tag and Pfu polymerase mix did yield a band at 2.5Kb, the
expected size of UreAAKan® (Figure V.20, Lane 2, arrow). This band was excised, gel
purified and used as a template in PCR reactions with primers V and VI. However, PCR
products always contained multiple bands when run on a gel with none of them being the

correct size of 2.5Kb.
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Discussion of K. pneumoniae mutagenesis attempts

As alluded to earlier, genes have been successfully deleted from K. pneumoniae
strain 43816 in other studies. Specifically, mutants in the siderophore transporter
component of the yersiniabactin system (ybtQ), the galactosyltransferase necessary for
01 O-antigen synthesis (wbbO), and a DNA adenine methylase (dam) have been
previously described [1, 2, 10]. It is unclear why mutants in the same 43816 strain
background could not be constructed in this study. However, it is possible that the
technical expertise required to perform the mutagenesis was beyond the scope of this

researcher’s ability.

Virulence Factors versus Factors associated with Virulence

As discussed in Chapter I, environmental surface water isolates of K. pneumoniae
were found to be just as capable of expressing virulence factors as clinical isolates. In
addition, when evaluated in murine models of UTI and intestinal colonization, these
environmental isolates were as virulent as strains of clinical origin. These studies have
strong implications for the description and definition of K. pneumoniae virulence
properties.

“Virulence factors” describe those factors that by themselves enable the organism
to cause disease. Examples include the lethal factor and oedema factor enzymes
produced by Bacillus anthracis [11] and the shiga toxin produced by enterohaemorrhagic
E. coli [12]. On the other hand, “factors associated with virulence” describe those factors
that when given the opportunity to cause infection, aid the microbe in pathogenesis. In

other words, commensal and environmental strains may contain these “factors associated
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with virulence” but rarely are in the situation where host conditions are right to cause an
infection. Yet, when the conditions are right, UTI, pneumonia, septicemia and other K.
pneumoniae infections ensue. This correlates to the findings which indicate that some
pneumonia causing strains of K. pneumoniae originate from the flora of hospitalized
patients suggesting that those K. pneumoniae strains carry “factors associated with
virulence”.

However, because strain IA565 was unable to cause disease even under extreme
immunosuppressive conditions, it is unclear whether or not some K. pneumoniae strains
even have the aforementioned “factors associated with virulence”. It is possible there are
K. pneumoniae opportunistic pathogens that colonize various mucosal sites waiting to
take advantage of the immunocompromised state of the host to flourish. And, as this
study suggests, there are K. pneumoniae strains that are simply commensal organisms.
Should the species designation of strain IA565 be renamed from K. pneumoniae to K.
commensiae? It is very clear that strain 43816 and IA565 significantly differ in their in

vivo pathogenicity and 1A565 is unigue in its mucosal tissue colonization patterns.

Summary of 1A565 Colonization Data

Table V.1 summarizes the ability of strain 1A565 to colonize the lungs, nasal
cavity and Gl tract of wild-type, immunodeficient and GF mice. Strain IA565 is unable
to grow and persist in the lung. However, similar levels of nasal cavity colonization can
be achieved in immunocompetent, immunocompromised and germ-free mice. Thisis in
contrast to IA565 Gl tract colonization where the absence of the gut microbiota leads to

increased 1A565 growth.
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Table V.1 Summary of 1A565 Colonization in the Murine Host?

Various Host Conditions

Wild-Type Absence of Innate Absence of
Organ Animals Immunity Microbiota
Lungs - - -
Nasal cavity + + +
Gl Tract + n.d. ++

n.d., no data. +, growth and ++, increased growth in that organ
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K. pneumoniae Commensalism

The studies carried out in this project identifies strain IA565 as a murine
commensal and the endogenous (both host and microbiota) mechanisms controlling
commensal growth. Furthermore, during non-specific gut inflammation and not during
inflammation specifically directed towards another enteric organism, IA565 intestinal
growth significantly increased suggesting host mediated inflammatory conditions effect
commensal behavior. Furthermore, the microbiota in certain areas of the host was also
found to have an effect on commensal colonization. The absence of the nasal cavity flora
versus the absence of the gastrointestinal flora had a differential effect on IA565
colonization in those respective areas with the latter resulting in extremely high titers of
IA565 bacteria. This suggests that commensal colonization in two different distal
mucosal sites of the host can be modulated by the microbiota.

Normally, potential pathogens and commensals cannot be found in the lung
because of effective microbial clearance mechanisms. However, even in the absence of
two major lung phagocytes and T and B lymphocytes, strain IA565 was unable to persist
in that environment. This suggests that strain 1A565 lacks “factors associated with
virulence” necessary for pulmonary pathogenesis and thus, is truly a commensal
organism.

Strain 1A565 is a clinical isolate and was cultured out of the tracheal aspirate of
hospitalized patient. The patient’s history and reasons for hospitalization is unknown.
However, results of this study suggest that strain IA565 was most likely not the causative

agent of disease in that patient. It is more likely that the tracheal aspirate sample was
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contaminated with this organism and this bystander was mistaken for an opportunistic

pathogen.

Future Directions

It would have been interesting to identify differentially expressed sequences in
IA565 that are absent or less expressed in strain 43816. Unfortunately, at the time the
SSH was done, there was a greater interest in identifying putative K. pneumoniae
virulence factors rather than identifying genes not associated with pathogenicity.

Commensals are currently not very well studied. However, with recent studies
implicating the involvement of the gut microbiota in oral and mucosal tolerance, the
study of commensal interactions with the host immune system and the genetic factors
dictating these processes will soon become more conventional. Thus identification of
sequences unique to strain 1A565 and not 43816 will provide some insight into the factors
influencing and directing commensalism. 1s IA565 commensal behavior an active
process relying on expression of commensal factors? Or is this behavior totally passive
and attributable to the absence of virulence factors and those factors associated with
virulence? In addition, what are the specific interactions of IA565 with the mucosal
immune system? One of the ways to address that question would be to explore whether
or not IA565 bacteria are translocated into the mesenteric lymph nodes (MLN) during Gl
colonization and determine cytokine profiles generated at those sites.

The host mucosa is highly adapted to the presence of commensals and their
antigens inducing a state of immunological hyporesponsiveness, known as oral tolerance.

Peyer’s patches and MLN are part of the gut associated lymphoid tissues that serve as the
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immunologic inductive sites. Effector cells are distributed throughout the mucosa with
dendritic cells (DCs) being generally agreed upon as the most important mediator of
intestinal immunity [13]. Normally, gut antigens (food proteins or commensal
components) are presented in the absence of inflammatory signals by quiescent DCs,
resulting in tolerance. Interestingly, Macpherson et. al. demonstrated that intestinal DCs
are able to harbor live commensals internally for several days allowing DCs to selectively
induce IgA and inhibit commensals from crossing the mucosal barrier [14]. However,
studies have shown that non-pathogenic commensal bacteria are able to translocate across
intact gut epithelium [15, 16]. Thus, the host’s intestinal barrier function, rather than
specific virulence properties of enteric microbes, facilitates bacterial translocation.

In vitro cultures of DCs isolated from the MLN when incubated with
Lactobacillus and Bifidobacterium have been shown to secrete the regulatory cytokines,
IL-10 and TGF-B. However, DCs isolated from peripheral blood mononuclear cells
produced the inflammatory cytokines, TNFo and IL-12 in response to those same
commensal organisms [17]. Thus, the induction of immune responses to microbes,
especially commensal organism, is highly compartmentalized and tightly regulated.

Future studies that determine the presence of 1A565 bacteria in the inductive site
of the MLN as well as intestinal DC responses to 1A565 will provide insights on how this

murine commensal can potentially play a role in mucosal tolerance.
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