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ABSTRACT

The accumulation of oral bacteria forming dental plaque, or biofilm, promotes the
development of dental caries and periodontal diseases. These biofilms are formed through
a sequential process of bacterial accretion. Early colonizing bacteria are mainly
commensal streptococci and Actinomyces species. Pathogenic late colonizers consist
largely of Gram-negative anaerobes. A key bridge organism capable of coaggregating
with both the early and late colonizers is Fusobacterium nucleatum. Despite being the
focus of research for over 20 years, very few F. nucleatum adhesins are known due to the
lack of an effective tool to identify these adhesins. We hypothesize that a single-chain
variable fragment (scFv) antibody library will enable the identification of F. nucleatum
adhesins and help to elucidate the mechanism of coaggregation between F. nucleatum
and other oral bacteria. Therefore, a scFv M 13 phage display library, consisting of 4 x
10® clones, was created using RNA from the spleen of a mouse immunized with F.
nucleatum. The library was enriched by biopanning 6 times against F. nucleatum whole
cells. Individual clones of the enriched library were analyzed by ELISA to identify scFvs
specific for F. nucleatum. All 292 individual clones tested in ELISA reacted strongly to
F. nucleatum. Sixty two of the 292 clones inhibited F. nucleatum interaction with
Streptococcus sanguinis in coaggregation assays. The 62 scFvs were further grouped into
5 categories based on their reactivity with the F. nucleatum outer membrane proteins in
western immunoblotting. Analysis of 11 representative clones from the 5 categories
revealed differences in coaggregation inhibition with S. sanguinis, recognition of outer
membrane proteins and BstOlI restriction pattern. DNA sequencing of the 11
representative clones revealed 6 unique scFvs and of them, 3 strongly inhibited
interaction with 5 Streptococcus species. Mass spectrometry identified the protein
recognized by the function-blocking scFvs as RadD, a previously identified F. nucleatum
adhesin involved in coaggregation with S. sanguinis. The construction, characterization
and use of this anti-F. nucleatum scFv library to identify an adhesin involved in
coaggregation, demonstrates the utility of this library and its potential for future use in

the discovery of adhesins and cognate receptors.
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CHAPTER 1 INTRODUCTION

1.1 THE FORMATION OF DENTAL PLAQUE

A microorganism first entering the oral cavity is like a small boat in a stormy sea,
buffeted in the waves and currents of saliva that continually flow through the mouth and
across the oral surfaces. In this dynamic environment of the oral cavity, bacterial
adherence mechanisms are crucial. In their absence, unanchored bacteria become part of
the salivary flow and are swallowed. Consequently, oral bacteria have evolved specific
mechanisms to allow colonization of the oral cavity. Three principle surfaces exist for
oral bacterial colonization: teeth, epithelial mucosa, and the nascent surface created by

new bacterial cells as they form a multiple-species community known as biofilm.

Biofilm, or dental plaque as it is known in the oral cavity, tends to form on the hard
surface of teeth, as opposed to the oral mucosa, which desquamate the surface layer of
epithelia and with it any attached microbiota. In this regard, a tooth in the mouth is
similar to a rock in a stream; both sites favour bacterial colonization and the accretion of
biofilm. A prerequisite for bacterial colonization to any surface is the ability of the
bacteria to adhere to that surface. Bacteria can adhere to the host through a variety of
mechanisms (Scannapieco, 1994). One general mechanism involves nonspecific forces
such as, ionic, hydrophobic, hydrogen bonding, and van der Waals forces, between the
microbe and host surface. Another mechanism involves specific interactions between
bacterial surface proteins, designated adhesins, and receptors on host components or
bacterial binding partners (Beachey, 1981). Receptors can be another protein or
glycoprotein or glycolipid. Specific interactions, similar to antibody-antigen or enzyme-
substrate interactions, depend on recognition of molecular shapes between proteins.

These interactions account in part for selective colonization in the oral cavity.

The formation of dental plaque occurs through a sequential process (Kolenbrander et al.,
1993). Immediately following cleaning of the teeth, a thin layer of salivary components,

called the acquired pellicle, covers the tooth surface. The pellicle consists of numerous



components, including mucins, glycoproteins, proline-rich proteins, histidine-rich
proteins, enzymes like alpha-amylase, phosphate-containing proteins like statherin, and
sialic acid. The earliest colonizers are overwhelmingly streptococci, which constitute up
to 85% of the cultivable cells found in the first 4 h after teeth cleaning (Nyvad and
Killian, 1987). Streptococci bind to components of the acquired pellicle, including acidic
proline-rich proteins (Gibbons ef al., 1991; Hsu et al., 1994), alpha-amylase
(Scannapieco et al., 1989; Scannapieco et al., 1995), and sialic acid (Duan et al., 1994).
As well, streptococci bind to other streptococci (Kolenbrander et al., 1990), which
provides them an additional advantage in colonizing, since this allows them to bind to the
nascent monolayer of already bound streptococci. Within 12 h the population grows to
include the early colonizers: actinomyces, capnocytophagae, haemophili, prevotellae,
propionibacteria, and veillonellae (Nyvad and Killian, 1987). These early colonizers
adhere to the acquired pellicle (Gibbons et al., 1988) and to the streptococci
(Kolenbrander, 1989).

The primary colonizers, streptococci and actinomyces, are facultative anaerobes and
grow quickly in the first 4 h of plaque development (Weiger et al., 1995). Consequently,
Weiger et al. (1995) propose that streptococci and actinomyces prepare the environment
for late colonizers that have more fastidious growth requirements. Late colonizers are
mainly Gram-negative anaerobes and include: Porphyromonas gingivalis, Prevotella
intermedia, Treponema denticola, Selenomonas flueggei, and Aggregatibacter
actinomycetemcomitans. As bacteria accrete they metabolize and change the
environment, allowing cells that could not survive the original aerobic environment to
now be able to colonize the anaerobic plaque (Kolenbrander, 2000). However, these cells
still require a place to attach. This is where the intermediate colonizer fusobacteria play a
key role. As proposed by Kolenbrander and London (1993) fusobacteria act as bridges to

anchor the pathogenic late colonizers to the commensal early colonizers (Figure 1.1).
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Figure 1.1. E nucleatum: The microbial bridge. The tooth surface is covered by an
acquired pellicle comprised of lipids, glycoproteins and mucins. The pellicle is
recognized by primary colonizing bacteria, mostly streptococci, which express receptors
for specific salivary components. F. nucleatum coaggregates with early colonizers and
provides a nascent surface for late colonizers, generally Gram-negative anaerobes, to
colonize sequentially on and eventually form dental plaque. Reproduced with permission
from Kolenbrander ef al. (2002).




1.1.1 The Unique Role of Fusobacteria

Fusobacteria are able to recognize and adhere to different bacteria. When these
interactions occur among suspended cells, the process is called coaggregation (Whittaker
et al., 1996). When it occurs between suspended and already attached cells in biofilms, it
is called coadhesion (Bos et al., 1995). In principle, the mechanisms of coaggregation
and coadhesion are identical. The two are interconnected in that suspended coaggregates,

as well as single cells, may accrete onto the biofilm.

As a group, fusobacteria coaggregate with some strains of all 17 genera of oral bacteria
that have been tested, but each strain of Fusobacterium nucleatum coaggregates only
with a certain set of partners (Kolenbrander et al., 1989). F. nucleatum is able to take part
in intrageneric coaggregation, which is coaggregation within the bacteria’s genera
(Kolenbrander et al., 1995). As well, F. nucleatum can take part in intergeneric
coaggregation with early colonizing bacteria (Kolenbrander and London, 1992) and is the

preferential coaggregation partner of late colonizers (Kolenbrander et al., 1989).

F. nucleatum is one of the most commonly isolated species in both healthy plaque, which
is composed of mostly commensal early colonizers, and diseased plaque, which is over-
represented with pathogenic late colonizers (Tanner and Bouldin, 1989; Papapanou ef al.,
1993). Thus, due to the ability of F. nucleatum to participate in a broad range of
coaggregations and since it is very frequently isolated in established dental plaque, in
both healthy and diseased sites, it is proposed that fusobacteria acts as a bridge between

early and late colonizing bacteria (Kolenbrander and London, 1993).

1.2 GENERAL CHARACTERISTICS OF F. NUCLEATUM

F. nucleatum is a species of the genus Fusobacterium, which belongs to the family
Bacteroidaceae. The name Fusobacterium has its origin in fusus, a spindle, and
bacterion, a small rod. Thus, the bacterium is shaped like a long spindle-shaped rod or

fusiform, which presumably helps it form multiple simultaneous coaggregation



interactions. The term nucleatum originates from the nucleated appearance frequently
seen in light and electron microscope preparations due to the presence of intracellular
granules (Bolstad et al., 1996). F. nucleatum is nonsporeforming, nonmotile, and Gram-
negative (Robrish et al., 1987). Most cells are 5 to 10 um long and have rather sharply
pointed ends. The bacterium is anaerobic but is aerotolerant, growing in the presence of
up to 6% oxygen (Hofstad, 1981). This helps it act as an intermediate colonizer allowing

it to bind to and survive in the accreting biofilm before even more fastidious bacteria can.

Organisms within the species F. nucleatum are quite heterogeneous. Therefore, on the
basis of electrophoretic patterns of whole-cell proteins and DNA homology, Dzink et al.
(1990) proposed dividing F. nucleatum into three different subspecies: nucleatum,
polymorphum, and vincentii. However, Gharbia and Shah (1990) on the basis of DNA-
DNA hybridization patterns and electrophoretic patterns of the enzymes glutamine
dehydrogenase and 2-oxoglutarate reductase, have divided Fusobacterium species into
four subspecies: nucleatum, polymorphum, fusiforme, and animalis. Strain American
Type Culture Collection (ATCC) 25586, which is used in this study, is classified as F.

nucleatum subspecies nucleatum.

1.3 F. NUCLEATUM AND PERIODONTAL DISEASES

Periodontal diseases and dental caries are two of the most chronic and epidemic human
diseases (Callister ef al., 2008). In Canada, 21% of adults have, or have had, a moderate
or a severe periodontal problem and 96% of adults have had a history of dental caries
(Health Canada, 2010). These oral diseases are the unfortunate consequence of dental
plaque (Newbrun, 1979). When the cariogenic bacterium Streptococcus mutans becomes
abundant in dental plaque, dental caries occur. Similarly, periodontal diseases occur when
pathogenic Gram-negative anaerobes become prevalent in dental plaque along the
gingiva producing periodontal pockets. Periodontal diseases consist of a group of
inflammatory conditions broadly classified as gingivitis and periodontitis. F. nucleatum
promotes the development and stability of dental plaque through its function as a

microbial bridge between commensal early colonizers and pathogenic late colonizers



(Kolenbrander and London, 1993). However, the pathogenic potential of F. nucleatum is
not limited to its ability to form aggregates with suspected pathogens. In addition, F.
nucleatum has the ability to produce toxic metabolites. These cytotoxins produced by F.
nucleatum inhibit proliferation of human gingival fibroblasts, may have the ability to
penetrate the gingival epithelium, and are present in elevated levels in plaque associated
with periodontitis (Bartold et al., 1991). Furthermore, F. nucleatum is associated with
periodontal disease due to its abundance in periodontal lesions and its synergism with

other bacteria in mixed infections.

Moore and Moore (1994) examined over 51,000 isolates from the human gingival crevice
and found that F. nucleatum is one of the most commonly occurring species. During the
progression from healthy plaque to diseased plaque, the number of F. nucleatum
increases in proportion (Ritz, 1967; Socransky et al., 1988). F. nucleatum appears to be
closely correlated with gingivitis as described by studies on the bacteriology of
experimental gingivitis in children (4 to 6 years) and young adults (22 to 31 years)
(Moore et al. 1982; Moore et al. 1984). The most common subspecies found in the
gingival crevice is F. nucleatum subspecies vincentii, with F. nucleatum subspecies
nucleatum and F. nucleatum subspecies polymorphum following in a ratio of 7:3:2
(Moore and Moore, 1994). In addition, oral F. nucleatum can act as the origin of disease
for other human infections. Of the periodontal species that are statistically associated
with periodontal disease, F. nucleatum is the most common in clinical infections of other
body sites (Moore and Moore, 1994). It has been isolated from infections such as tropical
skin ulcers, peritonsillar abscesses, pyomyositis and septic arthritis, bacteremia and liver
abscesses, intrauterine infections, bacterial vaginosis, urinary tract infections, pericarditis
and endocarditis, and lung and pleuropulmonary infections (Bolstad ef al., 1996). F.
nucleatum is also associated with pre-term births (Tateishi ez al., 2012) and has been

linked to colorectal carcinoma (Castellarin ez al., 2012).

F. nucleatum plays a synergistic role in periodontal disease. In experimentally induced
infections in mice, a mixed culture of F. nucleatum with either Porphyromonas gingivalis

or Prevotella intermedia was significantly more pathogenic than F. nucleatum in pure



culture and more pathogenic than P. gingivalis or P. intermedia alone (Baumgartner et
al., 1992). F. nucleatum positively correlates with the formation of periodontal lesions
when combined with Campylobacter rectus, Prevotella intermedia, and
Peptostreptococcus micros (Dzink et al., 1985; Dzink et al., 1988). In a study of
Sudanese adults with untreated periodontitis, Prevotella intermedia was never found
unless F. nucleatum was also present, underscoring the key role played by F. nucleatum
in periodontal disease (Ali et al., 1994). Feuille et al. (1994) demonstrated that when F.
nucleatum is combined with P. gingivalis there is a synergistic effect on tissue
destruction. Alone, F. nucleatum and P. gingivalis do not create as large periodontal

lesions as when they infect together.

Collectively, the pathogenic potential of F. nucleatum is significant. Whether it is due to
the ability of F. nucleatum to act as a microbial bridge linking pathogenic bacteria to
commensal biofilm, or the production of cytotoxins, or its abundance in diseased plaque,
or its synergistic role in periodontal disease, F. nucleatum has gained the interest of many

researchers.

1.4 F. NUCLEATUM COAGGREGATION PROPERTIES

F. nucleatum coaggregation is grouped into lactose-, heat- and EDTA-sensitive and non-
sensitive interactions (Kolenbrander ef al., 1989). It is thought that early colonizing
Gram-positive and late colonizing Gram-negative bacteria have different properties of
coaggregation (Figure 1.2). Kolenbrander et al. (1989) revealed that heating F. nucleatum
to 85 °C for 30 min prevented coaggregation to Gram-positives. However, the addition of
60 mM lactose or | mM EDTA (ethylenediaminetetraacetic acid) had no effect. Since
heat treatment prevented coaggregation, it is thought that one or more proteins are
involved as coaggregation mediators with Gram-positive bacteria. In the case of Gram-
negative bacteria, lactose, EDTA, and heating F. nucleatum all inhibited coaggregation.
Since all treatments cause inhibition of coaggregation, it is suggested that coaggregation
of F. nucleatum with Gram-negative partners are mediated by lectin-carbohydrate

interactions. The partner bearing the adhesin (lectin) is inactivated from participating in
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Figure 1.2. Properties of F. nucleatum coaggregation between Gram-positive and
Gram-negative partners differ. Most fusobacteria coaggregate with some Gram-
positive and some Gram-negative cell types, but adherence mechanisms appear to be
quite different. Coaggregation phenotypes can be described as lactose-, heat-, or EDTA-
sensitive or non-sensitive. Reproduced with permission from Kolenbrander et al. (1989).



coaggregation when it is heated, but the partner bearing the complementary receptor
polysaccharide is unaffected when it is heated (Kolenbrander et al., 2006). Thus, it
appears that the adherence mechanism between F. nucleatum and early colonizing Gram-

positive and late colonizing Gram-negative bacteria have some underlying differences.

1.5 F. NUCLEATUM COAGGREGATION ADHESINS

Despite being the focus of study for over twenty years, very little is known of the F.
nucleatum adhesins involved in coaggregation. Currently, only five adhesins involved in

biofilm formation have been described in varying amounts of detail.

1.5.1 FomA

The most researched outer membrane protein of F. nucleatum is by far the major outer
membrane porin FomA. Many outer membrane proteins of approximately 40 kDa have
been the focus of interest and are presumably FomA (Bolstad et al., 1996). Kaufman and
DiRienzo (1989) isolated a 39.5 kDa protein that is involved in fusobacterial corncob
intergeneric coaggregation. Corncobs are distinct morphological units, in which several
streptococci surround a filamentous microorganism, producing an arrangement similar in
appearance to a corncob. Kaufman and DiRienzo (1989) show that F. nucleatum ATCC
10953 coaggregation with S. sanguinis CC5A is mediated by this 39.5 kDa protein,
presumably FomA. Separately, Kinder and Holt (1993) isolated a 42 kDa protein from F.
nucleatum T18 involved in coaggregation with P. gingivalis T22. The coaggregation is
mediated by a protein adhesin, presumably FomA, on F. nucleatum and a carbohydrate
receptor on P. gingivalis. The proteinaceous nature of the adhesin was demonstrated
using proteolytic pre-treatment of the F. nucleatum outer membrane fraction, which
resulted in loss of coaggregation inhibition compared to the untreated fraction. If both the
42 kDa and 39.5 kDa proteins are the same 40 kDa porin that has previously been
described (Bakken et al., 1989), then these results imply a dual role played by porins.



1.5.2 300-350 kDa Galactose-binding Adhesin

Murray et al. (1988) described a lectin-carbohydrate interaction with a 300 to 350 kDa
galactose-binding adhesin of F. nucleatum FN-2. Binding by this adhesin is not only
inhibited by galactose, but also to a greater extent by lactose, p-aminophenyl
galactosides, and asialoglycopeptides. This finding suggests this lectin adhesin is capable
of recognizing carbohydrates other than the simple monosaccharide galactose. The
authors proposed that this adhesin is involved in adherence with components of the
acquired pellicle. Galactosyl residues are often terminal sugars on salivary
glycoconjugates and could be functional receptor sites for bacterial galactose-binding
lectins. Alternatively, the adhesin may mediate coaggregation with bacterial partners that

have not yet been described.

1.5.3 30 kDa Galactose-binding Adhesin

Using the strain F. nucleatum PK1594, Shaniztki et al. (1997) discovered a 30 kDa
galactose-sensitive adhesin. A monoclonal antibody was used to inhibit galactose-
sensitive interactions and determine the identity of the adhesin. The 30 kDa outer
membrane polypeptide mediates coaggregation with P. gingivalis PK1594 and A.
actinomycetemcomitans JP2. As well, a putative role in hemagglutination was proposed,
since F. nucleatum interactions with erythrocytes are blocked by the monoclonal
antibody. Hemagglutination may represent a more general phenomenon in which F.
nucleatum helps anchor other poorly adhering pathogenic bacteria and itself to the
epithelium and macromolecules. Thus, the findings suggest that this 30 kDa protein is

involved in coaggregation with the late colonizers and possibly the acquired pellicle.

1.5.4 N-acetylneuraminic Acid Specific F. nucleatum Adhesin

Shaniztki et al. (1998) used the same method they previously employed to identify the 30
kDa galactose-binding adhesin (Shaniztki et al., 1997) to find this N-acetylneuraminic
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acid specific adhesin. Using monoclonal antibody to inhibit coaggregation, Shaniztki et
al. (1998) determined that F. nucleatum PK1597 coaggregation with Actinomyces israelii
PK16, Streptococcus oralis H1, S. oralis 522, Capnocytophaga ochracea ATCC 33596,
Prevotella denticola PK1277 and Prevotella intermedia PK1511 are mediated by the
same protein. Although, the size and cellular location of this adhesin is not known, it is
known that the interaction is both lactose- and galactose-insensitive. This N-
acetylneuraminic acid-sensitive adhesin is also proposed to play a role in mediating
interactions with host tissues and macromolecules, including glycoproteins of the
acquired pellicle. Therefore, this newly described adhesin may have a dual role, similar to

other identified adhesins, and bind both bacterial partner strains and the acquired pellicle.

1.5.5 RadD

The most recently discovered adhesin is Fn1526 (RadD). Kaplan et al. (2009)
demonstrated that this 350 kDa outer membrane autotransporter protein is necessary for
the formation of biofilms between S. sanguinis ATCC 10556 and F. nucleatum ATCC
23726. This arginine-inhibitable adhesin is also involved in coaggregation with the
Gram-positive early colonizers, A. naeslundii ATCC 12104, S. oralis ATCC 10557, and
S. gordonii ATCC 10558. As well, gene inactivation of Fn1526 reduced agglutination of
Jurkat cells (human T lymphocyte) by F. nucleatum. Thus, Fn1526 may allow F.

nucleatum to adhere to not only early oral colonizers, but also human lymphocytes.

1.6 COGNATE RECEPTORS ON PARTNER BACTERIA

The identity of receptors on partner bacteria that participate in coaggregation with F.

nucleatum is even more limited. To date, only three receptors have been described.
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1.6.1 Polar Fimbriae of S. sanguinis Mediate Corncob Formation

Pioneering a transposon mutagenesis method to insertionally inactivate the genes
associated with the synthesis or assembly of the polar fimbriae of S. sanguinis CC5A,
Correia et al. (1995) investigated the molecular basis for corncob formation with F.
nucleatum ATCC 10953. A partial reduction in binding was demonstrated, implying the
existence of multiple binding components. At least 4 types of mutants of S. sanguinis
showed reduced binding to F. nucleatum, indicating that a number of specific loci in S.
sanguinis are involved in adherence to F. nucleatum. Therefore, it appears that polar

fimbriae play a role in mediating S. sanguinis coaggregation with F. nucleatum.

1.6.2 O-Polysaccharide of Aggregatibacter actinomycetemcomitans

A. actinomycetemcomitans serotype b and f strains, but not serotype a, ¢, d, or e strains,
coaggregate with F. nucleatum (Rupani et al., 2008). It is thought that this specificity is
due to the galactose-containing O-polysaccharide region of the lipopolysaccharide (LPS)
in serotypes b and f. Rosen et al. (2003) showed that coaggregation between 4.
actinomycetemcomitans serotype b strains Y4, JP2 and F. nucleatum PK1594 is mediated
by serotype b LPS. Coaggregation was inhibited by N-acetylgalactosamine, galactose,
and by purified serotype b LPS. The F. nucleatum adhesin that binds to A.
actinomycetemcomitans serotype b O-polysaccharide is a 30-kDa galactose-binding
adhesin (Shaniztki et al., 1997). Rupani et al. (2008) demonstrated that A.
actinomycetemcomitans strain CU1060N (serotype f) coaggregation with F. nucleatum
PK1594 is also mediated by the O-polysaccharide region of LPS. 4.
actinomycetemcomitans serotype f O-polysaccharide mutants failed to coaggregate with
F. nucleatum. Thus, A. actinomycetemcomitans coaggregation with F. nucleatum is

mediated by the O-polysaccharide of A. actinomycetemcomitans serotypes b and f.
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1.6.3 Treponema denticola Major Outer Sheath Protein

The major outer sheath protein of 7. denticola ATCC 35405 acts as an adhesin for
coaggregation with F. nucleatum PK1594 (Rosen et al., 2008). Purified major outer
sheath protein inhibited coaggregation in a concentration-dependent manner. Periodic
acid-Schiff staining of the major outer sheath protein revealed that it is a glycoprotein.
Deglycosylation of this glycoprotein was found to inhibit its binding to F. nucleatum.
Interestingly, deglycosylation did not effect coaggregation to P. gingivalis (PK1924,
ATCC 33277, and W381) cells. Therefore, the major outer sheath protein of 7. denticola
is thought to act as an adhesin during coaggregation with P. gingivalis and F. nucleatum

through its protein and carbohydrate moieties, respectively.

1.7 WHY ARE SO FEW F. NUCLEATUM ADHESINS AND COGNATE RECEPTORS
KNOWN?

Despite over two decades of research, the mechanisms of coaggregation between F.

nucleatum and partner bacteria remain to be fully understood. We believe this is due to a

lack of an effective tool to identify F. nucleatum adhesins. Currently, adhesins are usually

discovered by identifying a sugar or amino acid that can inhibit coaggregation and using

that inhibitor to isolate the adhesin. However, this method is limited by whether an

inhibitor for the novel adhesin can be found.

A library of single-chain variable fragment antibodies raised against F. nucleatum
provides a powerful and convenient technology to identify novel adhesins and even their

cognate receptors.

1.8 SINGLE-CHAIN VARIABLE FRAGMENT (SCFv) ANTIBODIES

As part of our normal immune defence system, our bodies create antibodies against
foreign pathogens. Each antibody can recognize a specific antigen unique to its target
since the antibody possesses an antigen-binding site, called paratope (a structure

analogous to a lock) located at the upper tip of the “Y” shaped antibody molecule. This

13



paratope is specific for one particular epitope (analogous to a key), displayed on the
particular antigen, allowing these two structures to specifically bind together like a lock-
and-key (Janeway et al., 2001). Thus, this natural immune response can be harnessed to
create the powerful biological tool known as single-chain variable fragment (scFv)

antibodies.

The variable fragment (Fv) is the smallest unit of an immunoglobulin molecule that is
still able to functionally bind its antigen. A recombinant antibody in scFv format consists
of variable regions of light (V) and heavy (Vy) chains joined together by a
glycine/serine linker sequence (Figure 1.3). This flexible peptide linker allows the V. and
Vi regions to fold into the proper antigen-binding conformation. The small, compact size
of the scFv particle (approximately 27.5 kDa compared to 150 kDa for immunoglobulin
G molecule) allows it to be easily expressed in functional form in Escherichia coli
(Barbas et al., 2001). Moreover, tags or peptides attached to the scFvs could allow the
purification of these antibody fragments. The addition of a hexa-His sequence and a

haemagglutinin tag provides mechanisms for purification and detection, respectively.

scFvs are a robust and potent technology that has been applied for several diverse
purposes. Expressed as either soluble proteins or surface expressed in both eukaryotic
and prokaryotic cells, scFvs have been used as a treatment for infectious diseases (Chen
et al., 2004; Lamarre et al., 1997; Mabry et al., 2005; Matthews et al., 1995), targeting
cancer cells (Liu et al., 2004; Deckert et al., 2003), and modulating immune response to

antigen cargo (Knight et al., 2008).

1.9 CONSTRUCTION OF SCFv ANTIBODY LIBRARY

scFv antibodies have been constructed primarily from hybridoma (Galeffi ez al., 2006;
Huston et al., 1988; Chaudhary et al., 1990; Deng et al., 2003), spleen cells from
immunized mice (Clackson ef al., 1991; Chaudhary et al., 1989; Finlay et al., 2006), and
from human B lymphocytes (Marks et al., 1991; Shadidi and Sioud, 2001; Zhang et al.,
2006). To obtain them, total RNA is first isolated from the spleen, lymph cells, bone

morrow, or hybridoma followed by reverse transcription of the mRNA into
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Figure 1.3. Single-chain variable fragment antibody. Antibody model showing subunit
composition and domain distribution along the polypeptide chains of an immunoglobulin
G (IgG) antibody. To the right is the much more compact single-chain fragment variable
(scFv) antibody generated by recombinant antibody technology. Vi and Vy: variable
regions of light and heavy chains; Cp and Cy: constant regions of light and heavy chains;
Fab domain: fragment antigen-binding; Fc domain: fragment crystallisable. Reproduced
with permission from Roth (2001).
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complementary DNA (cDNA) to serve as a template for amplification of antibody genes
by the polymerase chain reaction (PCR). Using this method, large libraries with high
diversity of antibody Vi and V. genes can be created (Marks et al., 1991). McCafferty et
al. (1990) pioneered a successful approach to recombinant antibody production in which
phage recombinants that display the scFv antibody at their tips were utilized together
with a technique of affinity selection, called biopanning. This work by McCafferty and
coworkers unlocked the potential for using in vitro selection of scFvs from large, diverse

libraries.

The order of the domains in scFv construction can be either Vy-linker-V1 or Vi -linker-
Vy, both orientations have been applied successfully (Dai et al., 2003; Hu et al., 2005;
Sheikholvaezin et al., 2006). PCR assembly of the scFv was first described by Horton et
al. (1989) and has become the standard. This method permits the scFv gene to be ligated
into a phagemid vector for expression in both E. coli and phage (Hogrefe et al., 1993).
Extensive knowledge of the genetics and biochemistry of E. coli makes this organism a
preferred expression host (Baneyx, 1999). Furthermore, E. coli affords a good folding
environment and economical expression of scFv antibodies. Moreover, E. coli can be

infected by the M 13 phage, which is commonly used in scFv phage display libraries.

1.9.1 Phage Display of scFv Antibody Library

Smith (1985) established the method of fusing foreign DNA to the gene encoding the pIII
coat protein of the M 13 bacteriophage (Figure 1.4). The scFv-pllI fusion protein was
expressed on the virion surface without disturbing the infectivity of the phage. Following
this discovery, McCafferty et al. (1990) successfully demonstrated that a scFv antibody
can be displayed on the phage surface as a functional protein which retains an active
antigen-binding domain. Thus, these two important milestones have allowed the scFv to
be displayed on the surface of M13 phage. This advancement paved the way for the easy
and rapid selection of scFvs that recognize a desirable antigen through the enrichment

process known as biopanning.
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Figure 1.4. M13 phage displaying scFv antibody on its surface. The scFv antibody is
surface displayed on the M13 phage linked to the pIIl minor coat protein. The gene for
the scFv-plll fusion protein is on a phagemid carried by the phage. plIL, pVI, pVIIL pVII
and pIX are phage proteins. Adapted from Marco Antonio Arap (2005) and used under
the Creative Commons Attribution-Non-Commercial 3.0 Unported License
(http://creativecommons.org/licenses/by-nc/3.0/).
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The scFv gene can be fused to either the pVIII gene (Kang et al., 1991) or the plIl gene
(McCafferty et al., 1990) for expression on the surface of the M13 phage. About 2700
copies of the major coat protein pVIII surround the M13 phage. The pVIII coat protein
can be fused together with the scFv antibody resulting in multivalent display of the scFv.
The minor coat protein pllI has three to five copies located on the tip of the phage and is
responsible for attachment of the phage to its bacterial host during infection. Display on
plII allows monovalent display, making it desirable in affinity selection. Phage display is
derived from the use of the phagemid vector, which contains the fusion of the scFv gene

and the gene for the coat protein.

1.9.2 Biopanning: An Enrichment Process

Phage display was initially invented to allow affinity selection of scFv phages that can
bind to a target antigen of interest with high affinity from a huge number of nonspecific
phage clones. This is achieved by multiple rounds of phage binding to the antigen,
washing to remove the unbound phage, followed by elution in acidic conditions and
retrieval of specifically bound phages. After each round, the neutralized eluted phages are
amplified by infection of E. coli for the subsequent selection step. Soluble antibodies can

be produced in the final round using the bacteria (Barbas et al., 2001).

A number of selection strategies exist to obtain specific antibodies (Hoogenboom et al.,
1998; Hoogenboom et al., 2000). Biopanning has been carried out by incubating phage
on antigen immobilized onto a solid support, such as immunotubes (Knappik et al.,
2000), microtiter plate wells, or columns (McWhirter et al., 2006). As well, the phage
library can be incubated using biotinylated antigen in solution, followed by capture of the

antigen-phage complex on streptavidin surface (Griffiths et al., 1994).

1.10 INNOVATIVE APPROACH OF STUDY

The affinity selected scFv phages provide an excellent tool for the identification of novel
coaggregation adhesins of F. nucleatum and even their cognate receptors. The approach

is briefly described below.
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Once specific scFv phages are obtained via biopanning, these scFv phages can be used to
inhibit coaggregation between F. nucleatum and partner bacteria. Function-blocking
scFvs can then be examined in western immunoblotting to determine what F. nucleatum
outer membrane protein they recognize, allowing identification of the adhesin. The scFv-
adhesin can then be used as bait to capture the cognate receptor on the partner bacteria. In
this way, the scFv library provides great potential for furthering the study of F. nucleatum
coaggregation and elucidating the mechanisms of bacterial adherence that have remained

undiscovered for far too long.

1.11 IMPORTANCE OF STUDY

Adherence by bacteria is the essential first step in the colonization and establishment of
oral infection. It is a highly specific process, allowing a bacterium to localize in a
favourable ecological niche. Thus, adherence itself is an important virulence factor.
Therefore, understanding the basis of this initial, but essential interaction, should lead to
the development of strategies to prevent adherence and thereby prevent infection.
Consequently, F. nucleatum which has the ability to coaggregate with all key oral
bacteria (Kolenbrander and London, 1993) is and should continue to be the focus of
intensive research, for it provides the best opportunity for the development of effective

strategies to prevent periodontal diseases and dental caries.

Currently, however, the molecular basis for F. nucleatum coaggregation is poorly
understood. Thus, my dissertation aims to address this deficiency in knowledge of F.
nucleatum adhesins and by doing so contribute to an improved understanding of F.

nucleatum coaggregation.

1.11.1 Objectives and Conclusions of Dissertation

Dental caries and periodontal diseases are caused by the accumulation of dental plaque

(Newbrun, 1979). Fusobacterium nucleatum plays a central role in bridging pathogenic
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late colonizers to commensal early colonizers, promoting the development of dental
plaque (Kolenbrander and London, 1993). Despite over two decades of research, very
few F. nucleatum adhesins involved in coaggregation are known. Thus, this study focuses
on ameliorating this paucity of knowledge, through the construction of a single-chain
variable fragment antibody library against F. nucleatum ATCC 25586 and the use of the
library to identify adhesins.

A scFv library of 4 x 10® clones was constructed and enriched by biopanned against F.
nucleatum whole cells six times. Use of individual scFv clones to inhibit coaggregation
between F. nucleatum and the early oral colonizer Streptococcus sanguinis V920 and use
of the same coaggregation-blocking scFvs in inhibition assays with five other early
colonizers allowed the identification of common coaggregation-blocking scFvs. Mass
spectrometry analysis of the F. nucleatum outer membrane protein band being recognized
by the coaggregation-blocking scFvs revealed that the F. nucleatum adhesin involved in
coaggregation is RadD. Previous identification by Kaplan ez al. (2009) of RadD as a F.
nucleatum adhesin necessary for interaction with S. sanguinis validates our approach, the
construction of a scFv library against F. nucleatum and its use in adhesin identification.
Screening of our scFv library in coaggregation assays between F. nucleatum and S.
sanguinis, an already characterized interaction, resulted in the identification of the
previously known adhesin RadD. This finding suggests that our library is capable of
identifying adhesins and has the potential to be used to identify novel adhesins and

cognate receptors when applied to uncharacterized coaggregation interactions.
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CHAPTER 2 MATERIALS AND METHODS

2.1 BACTERIAL STRAINS AND CULTURE CONDITIONS

All bacterial strains used in this study were from Dr. Song Lee’s (Dalhousie University)
personal collection. Bacterial strains were maintained as frozen cultures at -80 °C in 25%

glycerol with the appropriate broth medium as described below.

2.1.1 Fusobacterium nucleatum

F. nucleatum subspecies nucleatum American Type Culture Collection (ATCC) 25586
was grown at 37 °C under anaerobic conditions (BD GasPack Anaerobic System; BBL
Microbiology Systems, Cockeysville, Md.). F. nucleatum from frozen culture was
inoculated onto blood agar (5% sheep blood) and allowed to grow for approximately 3
days. Then, a single colony of F. nucleatum was streaked onto Brain Heart Infusion
(BHI; BD BBL Microbiology Systems) 1.5% (wt/vol) agar plates and was incubated for 2
days. When grown in liquid culture, a single colony was inoculated in a starter culture of
BHI and incubated overnight. The starter culture was used to inoculate a larger volume of

BHI (pre-reduced) and incubated overnight.

2.1.2 Binding Partners

Streptococcus sanguinis V920, S. gordonii DL1, S. sobrinus B13, S. mutans UA159, S.
downeii ATCC 33748, and Actinomyces naeslundii WVU 627 were grown overnight at
37 °C in 5% CO, on BHI 1.5% (wt/vol) agar plates or BHI broth.
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2.1.3 Escherichia coli

E. coli was grown aerobically with shaking at 200 rpm at 37 °C in super broth (SB)
medium (1% MOPS [morpholinepropanesulfonic acid], 3% tryptone, and 2% yeast
extract [wt/vol]) or Luria-Bertani (LB) medium (1% tryptone, 0.5% yeast extract, and 1%
NaCl). If required, antibiotics were added to the medium at 100 pg/mL ampicillin, 10
pg/mL tetracycline, 70 pg/mL kanamycin, or 34 pg/mL chloramphenicol. All antibiotics
were purchased from Sigma-Aldrich Chemical Co. (Oakville, Ontario, Canada). For the
cultivation of E. coli on plates, Luria-Bertani agar (1% tryptone, 0.5% yeast extract, 1%

NaCl, and 1.5% agar [wt/vol]) was used.

2.1.4 Harvesting Bacteria

Bacteria were grown to late-exponential or early-stationary phase, harvested and washed
once in phosphate-buffered saline (PBS) containing 0.02% NaN3 (8.7 mM Na,HPOu, 1.5
mM NaH,;PO4°H,0, 145 mM NacCl, 5 mM MgCl,*6H,0, 0.02% [wt/vol] NaN3) by
centrifugation (10,000 x g, 5 min, 4 °C). Cells were stored in a final volume of 1 mL at 4
°C until used. The optical density (ODggo nm) Was measured by a spectrophotometer
(Shimadzu, UV-1700 PharmaSpec) and the bacterial concentration was estimated by the

conversion factor 1 x 10% colony-forming units (CFU) equal 0.2 ODygy.

2.2 IMMUNIZATION AND TOTAL RNA ISOLATION

To obtain the RNA coding for the anti-F. nucleatum antibodies and the mouse polyclonal
serum against F. nucleatum, a BALB/c mouse was immunized via intraperitoneal
injection of F. nucleatum subspecies nucleatum ATCC 25586 whole cells (10° CFU in
PBS) on days 1, 14, and 21. The animal was bled for serum collection and euthanized on

day 28.
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Following euthanasia, the whole spleen was removed, immediately minced, and placed
into 1 mL of TRIzol (Invitrogen Life Technologies, Burlington, Ontario, Canada). The
sample was incubated for 5 min at room temperature and centrifuged at 2,500 x g for 10
min. The supernatant fluid was vortex mixed with 0.1 mL of 1-bromo-3-chloro-propane
(Sigma-Aldrich) for 15 s and incubated at room temperature for 15 min. The mixture was
then centrifuged at 17,500 x g for 15 min, and the upper aqueous layer was saved. Total
RNA was precipitated from the aqueous layer by the addition of 0.5 mL of isopropanol
and incubation at room temperature for 15 min. The precipitated RNA was recovered by
centrifugation at 17,500 x g for 15 min, washed with 75% ethanol, and redissolved in
RNase-free water (Diethylpyrocarbonate-treated water). The amount of RNA was

determined by absorbance measurements at 260 nm.

2.2.1 ELISA of Anti-F. nucleatum Polyclonal Serum

The mouse polyclonal serum against F. nucleatum that was used to create the scFv
library was tested by ELISA. A polystyrene plate coated with 1 x 107 F. nucleatum
cells/well was blocked for 1 h with 1% gelatin in phosphate-buffered saline with tween-
20 (PBST; 8.7 mM Na,HPOy4, 1.5 mM NaH,PO4*H,0, 145 mM NaCl, 5 mM
MgCl,+6H,0, 3.07 mM NaN3, and 0.1% [vol/vol] Tween 20) at room temperature.
Following blocking, the pre-immune and immune sera were applied in triplicate at the
following dilutions: 1:25 600, 1:51 200, 1:102 400, 1:204 800, and 1:409 600. The plate
was incubated overnight at 4 °C. Following incubation, the plate was washed with PBST,
and the reactivity of the serum was detected after overnight incubation with goat anti-

mouse immunoglobulin G—alkaline phosphatase conjugate (1:8,000; Sigma-Aldrich).

2.3 PHAGE D1isPLAY LIBRARY CONSTRUCTION

The anti-Fusobacterium nucleatum phage display library was constructed using the
method previously employed by Hussein et al. (2007) and described in Barbas et al.

(2001). The steps in library construction are summarized in Figure 2.1.
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Figure 2.1. Construction of scFv phage display library. Briefly, an anti-F. nucleatum
phage display library was constructed by immunization of a mouse with F. nucleatum
whole cells. The total RNA was obtained from the spleen of the immunized mouse and
used to amplify the variable light (V1) chains and the variable heavy (Vy) chains of the
antibodies. Overlap extension PCR was conducted to obtain the scFv. Through genetic
engineering the scFv was displayed on the surface of the M 13 phage fused to the pIII coat
protein. Following construction of the phage display library, the library was enriched by
biopanning. Adapted from Roth (2001) and used with permission.
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2.3.1 First-strand cDNA Synthesis from Total RNA

Complementary DNA (cDNA) was produced from 2 ng total RNA using oligo(dT) as the
primer and SuperScript I Reverse Transcriptase (Invitrogen) according to the
manufacturer’s instructions. The 2 pg total RNA, 1 pL oligo(dT) 2.1 (500 ug/mL), and 1
pL ANTP mix (10 mM each) were combined and adjusted to a final volume of 13 pL in
RNase-free water. The mixture was heated at 65 °C for 5 min and then quickly chilled on
ice. Four microliters of 5X First-Strand Buffer and 2 uL of 0.1 M dithiothreitol were
added and then incubated at 42 °C for 2 min. One microliter of 200 Units/uL SuperScript
II was added and incubated at 42 °C for 50 min, and then at 70 °C for 15 min to
inactivate the reaction. Finally, 1 pL of 2 Units/uLL RNaseH (Invitrogen) was added and
incubated at 37 °C for 20 min.

2.3.2 First Round of PCR

Polymerase chain reaction (PCR) was conducted to produce the DNA that encodes the
variable light (V) chains (V and V) and the variable heavy (V) chain from the cDNA
using a procedure adapted from Lim et al. (2010). To construct a large single-chain
library, 9 reactions with V. primers (SL239-SL258), one reaction with V; primers
(SL259 and SL260) and 12 reactions with Vy primers (SL261-SL282) were performed
(Table 2.1). Each reaction consisted of 1 uL cDNA template, 60 pmole of the appropriate
forward and reverse primers, 1X Phusion High Fidelity Reaction Buffer (New England
BioLabs), 0.2 mM dNTP mix and 2 Units of Phusion DNA Polymerase (New England
BioLabs) in a final reaction volume of 100 pL made with sterile distilled water. For
amplification of V and Vy, 400 ng extreme thermostable single-stranded DNA binding
protein (New England BioLabs) was added to the reaction mixture. Hot start PCR was
conducted by heating the reaction components to 98 °C before adding the polymerase.
The thermocycling conditions were: initial denaturation at 98 °C for 30 s, followed by 30
cycles of: denaturing at 98 °C for 10 s, annealing at 56 °C for 30 s, and extension at 72

°C for 30 s, and then final extension at 72 °C for 10 min.
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Table 2.1. Primers used in this study. All primers were synthesized by Alpha DNA
(Montréal, Québec). All primers were described by Barbas et al. (2001), except for
SL283 and SL284 which were described by Hussein et al. (2007). Underlined sequences
are the Sfil restriction sites. Degenerate nucleotide symbols are defined below.”

Primer Nucleotide sequence (5'-3") Direction

91239 GGGCCCAGGCGGCCGAGCTCGAYATCCAGCTG Forward
CCTCAGCC

S1240 GGGCCCAGGCGGCCGAGCTCGAYATTGTTCTC Forward
WCCCAGTC

SL241 GGGCCCAGGCGGCCGAGCTCGAYATTGTGMTM q
ACTCAGTC orwar

S124 GGGCCCAGGCGGCCGAGCTCGAYATTGTGYTR Forward
ACACAGTC ©

S1243 GGGCCCAGGCGGCCGAGCTCGAYATTGTRATG Forward
ACMCAGTC ©

S1244 GGGCCCAGGCGGCCGAGCTCGAYATTMAGATR
AMCCAGTC 0

81245 GGGCCCAGGCGGCCGAGCTCGAYATTCAGATG Forward
AYDCAGTC 0

Q1246 GGGCCCAGGCGGCCGAGCTCGAYATYCAGATG Forward
ACACAGAC

SL247 GGGCCCAGGCGGCCGAGCTCGAYATTGTTCTCA o
WCCAGTC

Q1248 GGGCCCAGGCGGCCGAGCTCGAYATTGWGCTS . q
ACCCAATC orwar

81249 GGGCCCAGGCGGCCGAGCTCGAYATTSTRATGA q
TGACCCARTC orwar

S1250 GGGCCCAGGCGGCCGAGCTCGAYRTTKTGATG Forward

ACCCARAC
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Primer Nucleotide sequence (5'-3") Direction
GGGCCCAGGCGGCCGAGCTCGAYATTGTGACB
SL251 Forward
CAGKC
31252 GGGCCCAGGCGGCCGAGCTCGAYATTGTGATA Forward
ACYCAGGA
31253 GGGCCCAGGCGGCCGAGCTCGAYATTGTGATG Forward
ACCCAGWT
1054 GGGCCCAGGCGGCCGAGCTCGAYATTGTGATG Forward
ACACAACC
31055 GGGCCCAGGCGGCCGAGCTCGAYATTTTGCTG Forward
ACTCAGTC
GGAAGATCTAGAGGAACCACCCCCACCACCGC
SL256 CCGAGCCACCGCCACCAGAGGATTTKATTTC Reverse
CAGYTTGGTCCC
GGAAGATCTAGAGGAACCACCCCCACCACCGC
SL257 CCGAGCCACCGCCACCAGAGGATTTTATTTCC Reverse
AACTTTGTCCC
GGAAGATCTAGAGGAACCACCCCCACCACCGC
SL258 CCGAGCCACCGCCACCAGAGGATTTCAGCTC Reverse
CAGCTTGGTCCC
31259 GGGCCCAGGCGGCCGAGCTCGATGCTGTTGTG Forward
ACTCAGGAATC
GGAAGATCTAGAGGAACCACCCCCACCACCGC
SL260 CCGAGCCACCGCCACCAGAGGAGCCTAGGAC Reverse
AGTCAGTTTGG
31261 GGTGGTTCCTCTAGATCTTCCCTCGAGGTRMAG Forward
CTTCAGGAGTC
31262 GGTGGTTCCTCTAGATCTTCCCTCGAGGTBCAG Forward
CTBCAGCAGTC
31263 GGTGGTTCCTCTAGATCTTCCCTCGAGGTGCAG Forward

CTGAAGSASTC
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Primer Nucleotide sequence (5'-3") Direction

GGTGGTTCCTCTAGATCTTCCCTCGAGGTCCAR

SL264 CTGCAACARTC Forward
<1265 GGTGGTTCCTCTAGATCTTCCCTCGAGGTYCAG . ’
CTBCAGCARTC orwar
SL266 GGTGGTTCCTCTAGATCTTCCCTCGAGGTYCAR . ;
CTGCAGCAGTC orwar
S1267 GGTGGTTCCTCTAGATCTTCCCTGGAGGTCCAC Forward
GTGAAGCAGTC
Q1268 GGTGGTTCCTCTAGATCTTCCCTCGAGGTGAAS Forward
STGGTGGAATC
S1269 GGTGGTTCCTCTAGATCTTCCCTCGAGGTGAWG ;
YTGGTGGAGTC orwar
S1270 GGTGGTTCCTCTAGATCTTCCCTCGAGGTGCAG . ;
SKGGTGGAGTC orwar
1271 GGTGGTTCCTCTAGATCTTCCCTCGAGGTGCAM ’
CTGGTGGAGTC orwar
S127 GGTGGTTCCTCTAGATCTTCCCTCGAGGTGAAG . ’
CTGATGGARTC orwar
<1273 GGTGGTTCCTCTAGATCTTCCCTCGAGGTGCAR . ’
CTTGTTGAGTC orwar
S1274 GGTGGTTCCTCTAGATCTTCCCTCGAGGTRAAG Forward

CTTCTCGAGTC

31075 GGTGGTTCCTCTAGATCTTCCCTCGAGGTGAAR Forward
STTGAGGAGTC

31276 GGTGGTTCCTCTAGATCTCTCGAGGTTACTCTR Forward
AAAGWGTSTG
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Primer Nucleotide sequence (5'-3") Direction

S1.077 GGTGGTTCCTCTAGATCTTCCCTCGAGGTCCAA Forward
CTVCAGCARCC

GGTGGTTCCTCTAGATCTTCCCTCGAGGTGAAC

SL278 TTGGAAGTGTC Forward

31279 GGTGGTTCCTCTAGATCTTCCCTCGAGGTGAAG Forward
GTCATCGAGTC

31280 CCTGGCCGGCCTGGCCACTAGTGACACATGGG Reverse
GSTGTYGTTTTGGC

CCTGGCCGGCCTGGCCACTAGTGACAGATGGG

SL28&1 GCTGTTGTIGT Reverse
. CCTGGCCGGCCTGGCCACTAGTGACATTTGGGA o
AGGACTGACTCTC v
SL283 GAGGCGGGGCCCAGGCGGCCGAGCTC Forward
SL284 GAGCCTGGCCGGCCTGGCCACTAGTG Reverse

“ Nucleotide notation was used according to International Union of Pure and Applied
Chemistry standards as follows:

A or T (weak bond)
C or G (strong bond)
A or C (amino)
Gor T (keto)

A or G (purine)

C or T (pyrimidine)
C,G,orT

A, G,orT

A C,orT

A C,orG

A C,G,orT

ZIELORXARELE
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2.3.3 Isolation and Purification of V| and Vy Fragments

After PCR, the DNA encoding the V| and Vy fragments were combined into two
separate pools and ethanol precipitated. Two-volumes of 95% ethanol (vol/vol)
containing 2.5% (wt/vol) potassium acetate was added to the pooled samples and allowed
to precipitate at -80 °C for 30 min. The DNA was pelleted by centrifugation at 14,000 x
g, 20 min, 4 °C and washed with 1 mL of 70% (vol/vol) ethanol. The precipitated DNA
encoding the Vi and Vy fragments were analyzed by gel electrophoresis on a 1.5%

agarose gel and the 0.4 kb bands were excised.

The DNA encoding the V| and Vy fragments were recovered from the agarose gel pieces
by electro-elution in dialysis bags (prepared by boiling 10 min in 2% [wt/vol] sodium
bicarbonate and 1 mM ethylenediaminetetraacetic acid [EDTA]) containing 1 mL TE (10
mM Tris-HCI [pH 8.0] and 1 mM EDTA). The DNA was eluted at 100 V for 1 h,
reversing current for 20 s to detach DNA from sides of the dialysis bag. The DNA was
purified using the Elutip-D column (Whatman Schleicher & Schuell, Keene, NH). The
column was prepared by passing 1 mL high salt solution (1 M NaCl, 20 mM Tris-HCI
[pH 8], 1 mM EDTA), followed by 3 mL low salt solution (20 mM NaCl, 20 mM Tris-
HCI [pH 8], 1 mM EDTA) through the column. The content of the dialysis bag was
passed through the column twice and a 0.5 mL low salt solution wash of the dialysis bag
was passed through once. The column was washed with 3 mL low salt solution and the
DNA eluted with 0.5 mL high salt solution and precipitated using ethanol. The quantity
of the purified DNA encoding the V| and Vy fragments were estimated by band intensity
compared to a DNA standard (New England BioLabs 1-kb DNA Ladder) using ImageJ
(National Institutes of Health, Bethesda, MD).

2.3.4 Overlap Extension PCR

The single-chain variable fragment (scFv) antibody was produced from the DNA
encoding the Vi and Vy chains using overlap extension PCR. To obtain enough product,

20 overlap extension PCR reactions were conducted. Each reaction consisted of 100 ng
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V1 DNA and 100 ng Vi DNA, 60 pmole of the forward and reverse overlap extension
primers (SL283 and SL284; Table 2.1), 1X Phusion High Fidelity Reaction Buffer (New
England BioLabs), 0.2 mM dNTP mix and 2 Units of Phusion DNA Polymerase (New
England BioLabs) in a final reaction volume of 100 pL made with sterile distilled water.
Hot start PCR was conducted by heating the reaction components to 98 °C before adding
the polymerase. The thermocycling conditions were: initial denaturation at 98 °C for 30 s,
followed by 30 cycles of: denaturing at 98 °C for 10 s, annealing at 56 °C for 30 s, and

extension at 72 °C for 45 s, and then final extension at 72 °C for 10 min.

2.3.5 pComb3X Phagemid DNA Amplification and Isolation

To obtain a large quantity of the pComb3X phagemid, 100 mL LB broth containing 50
pg/mL ampicillin was inoculated with 4 mL overnight culture of E. coli XL1-Blue
carrying pComb3X and grown to ODgg of 0.4 at 37 °C with shaking at 200 rpm.
Chloramphenicol, to a final concentration of 170 ng/mL, was added and the culture was

further incubated overnight.

To isolate the phagemid, the culture was centrifuged at 10,000 x g, 10 min, 4 °C and
resuspended in 4 mL Tris-Sucrose buffer (50 mM Tris and 25% Sucrose). Five
milligrams of lysozyme and 0.5 mL EDTA, pH 8 were added to the mixture. The mixture
was vortex mixed and then incubated on ice for 15 min. Three milliliters of Triton lysis
buffer (1% Triton X-100, 50 mM Tris [pH 8] and 50 mM EDTA [pH 8]) was added,
followed by gentle mixing and 15 min incubation on ice. The mixture was centrifuged
35,000 x g for 45 min at 4 °C and the supernatant was extracted with phenol/chloroform
once and chloroform twice. Phagemid DNA was ethanol precipitated and resuspended in
0.5 mL TE buffer and treated with 100 pg/mL RNase at 37 °C for 1 h. Following
incubation, 100 pg/mL proteinase K was added and the sample was incubated for another
hour. The phagemid DNA was then extracted once with phenol/chloroform and twice

with chloroform, ethanol precipitated and redissolved in 0.5 mL TE.
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2.3.6 Library Ligation and Transformation

The chloroform extracted overlap extension PCR product and purified phagemid were
digested with Sfil (New England BioLabs) at 50 °C overnight. The scFv fragments (0.8
kb) and phagemid vector (3.4 kb) were eluted from agarose gels and purified by the
Elutip-D column (as described in section 2.3.3). Three library ligations using 1.4 ug
purified Sfil-cut pComb3X phagemid and 0.7 pg purified Sfil-cut scFv PCR product per
ligation were performed. An illustration of the ligated scFv + pComb3X vector is shown
in Figure 2.2. E. coli XL1-Blue were transformed via electroporation (actual volts 2.52
kV; capacitance 25.0 uF; time constant 6.0 ms) with the ligated product according to
Barbas et al. (2001). Following electroporation, the cultures were titered to determine the
library size. Two microliters of each culture was diluted in 200 pL of SB medium and
100 pL and 10 pL of this 1:100 dilution was inoculated on to LB + ampicillin (100
pg/mL) and tetracycline (10 pg/mL) plates. The plates were incubated overnight at 37
°C. The total number of transformants was calculated by counting the number of

colonies, multiplying by the culture volume, and dividing by the plating volume.

Recombinant phages were prepared from the library with the helper phage VCSM13. The
transformed E. coli were grown in 15 mL SB medium containing ampicillin (20 pg/mL)
and tetracycline (10 ug/mL) for 1 h at 37 °C, shaking at 200 rpm. The concentration of
ampicillin was increased to 50 pug/mL and the culture was incubated for an additional 1 h.
The culture was infected with approximately 2 x 10" plaque-forming units [PFU]
VCSM13 helper phage. The culture volume was brought up to 200 mL with SB medium
and incubated for another 2 h. Kanamycin (70 pg/mL) was added to the culture and
incubated overnight. Kanamycin was used to select for E. coli infected with the VCSM13
helper phage, since only the helper phage contains a kanamycin resistance gene. The next
day, the bacteria were removed by centrifugation (3000 x g, 15 min, 4 °C) and the phage
containing supernatant was precipitated with polyethylene glycol-NaCl (4% [wt/vol]
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scFv (0.8 kb)

Sfil
His Tag

HA'T
pComb3X with scFv Ambearlgsmp
(4.2 kb)
AmpR
gene I

. F1 ori

Figure 2.2. Phagemid map of scFv in pComb3X. The scFv was cloned into pComb3X
via two non-identical Sfil sites. Py,z: inducible promoter; SD: Shine-Delgarno sequence;
ompA: signal sequence; Vi and Vy: light and heavy variable chains; L: linker sequence;
His and HA tag: hexa-histidine and decapeptide hemagglutinin tags; Amber stop: amber
stop codon; gene I1I: phage minor coat protein; F1 ori: phage origin of replication;
AmpR: ampicillin resistance marker.
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polyethylene glycol-8000 and 3% [wt/vol] NaCl) on ice for 30 min. The phage library
was collected by centrifugation (15,000 x g, 15 min, 4 °C) and stored in 2 mL Tris-
buffered saline (TBS; 50 mM Tris-HCI [pH 8.0], 150 mM NacCl) containing 1% (wt/vol)

bovine serum albumin (BSA) at 4 °C.

2.4 BIOPANNING

To enrich for phages that surface displayed anti-F. nucleatum scFv, the phage library was
biopanned against F. nucleatum whole cells. A schematic of the biopanning process is
shown in Figure 2.3. Two wells of a 96-well polystyrene microtiter plate (Corning CoStar
9017) were coated with 1 x 10° F. nucleatum cells in TBS containing 0.125%
glutaraldehyde for 30 min at room temperature. The wells were blocked with 3% BSA in
TBS for 1 h at 37 °C, and 100 pL of the phages were added to each well. The plate was
incubated at 37 °C for 2 h and washed five times with TBS containing 0.5% Tween 20.
The adherent phages were eluted with 100 uL of 0.1 M glycine-HCI (pH 2.2). The eluate
was neutralized immediately with 3 uL of 2 M Tris base. The eluted phages were grown
in E. coli XL1- Blue with VCSM13, and the phage preparation was obtained by
polyethylene glycol precipitation (method as in section 2.3.6). The phages were panned a
total of six times as described above. The final phage preparation was used for individual

clone screening.

2.5 ANALYSIS OF PHAGE PooLs BY ELISA

The reactivity of the 6 enriched libraries to F. nucleatum whole cells was compared by
enzyme-linked immunosorbent assay (ELISA). A 96-well polystyrene plate was coated
with 1 x 10® F. nucleatum cells/well in duplicate for each library tested. The plates were
then blocked for 1 h at 37 °C with 5% skimmed milk in PBS. Following blocking, 1/6
dilution of the phage libraries in skimmed milk were added (17 uL phage + 83 uL 5%
skimmed milk). Mouse polyclonal serum against F. nucleatum whole cells (1:7,000),

which was used to make library and 100 puL of parent phage that do not display a scFv
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Figure 2.3. Biopanning: An enrichment process. Since the phage display library
expresses all antibodies produced by the mouse and was created by random pairing of V.
and Vy chains, the library must be biopanned to enrich for clones that are reactive to F.
nucleatum. The scFv phage display library (1) was added to fixed F. nucleatum whole
cells in a well of a microtiter plate (2). The unbound phages were washed off with 0.5%
Tween 20 in TBS (3) and the bound phages were eluted using the acidic solution 0.1 M
glycine-HCI (pH 2.2) (4). The eluted phages were amplified by infecting E. coli and used
again in another round of biopanning (5). The scFv phage display library was biopanned
a total of 6 times. Adapted from Creative Biolabs (http://www.creative-
biolabs.com/phagedisplayl.htm) and used with permission.




(ca. 2 x 10'° PFU) were included as controls. The plates were incubated overnight at 4
°C. Following incubation, the plates were washed, and bound phages were detected with
anti-M13 monoclonal antibody (1:7,000; GE Healthcare Bio-Sciences) followed by the
goat anti-mouse immunoglobulin G—alkaline phosphatase conjugate (1:8,000; Sigma-

Aldrich).

2.6 INDIVIDUAL PHAGE CLONE PREPARATION

For the initial screening of 292 clones in ELISAs, phage particles were prepared as
follows: SB medium (3 mL) was inoculated with a single colony and grown for 4 h at 37
°C with shaking at 200 rpm. Thirty microliters of VCSM13 helper phage (10'* PFU/mL)
was added. The culture was incubated for another 2 h, at which time kanamycin was
added (70 pg/mL final concentration) and left to shake overnight. Kanamycin was used
to select for E. coli infected with the VCSM 13 helper phage, since only the helper phage
contains a kanamycin resistance gene. The following day, the culture was split in half
(1.5 mL each half) and centrifuged at 2,800 x g for 15 min at 4 °C. The supernatant (2 x
1.2 mL) was saved, and 300 uL of 5X polyethylene glycol-NaCl (20% polyethylene
glycol-8000 and 15% NaCl [wt/vol]) was added. The mixture was incubated on ice for 1
h to precipitate the phage particles. To collect the precipitate, the solution was
centrifuged at 10,000 x g for 5 min at 4 °C. The two phage pellets were resuspended in a
total of 100 pL of 1% (wt/vol) BSA in TBS and used without determining the titer. For
large-scale phage preparations to be used as the primary antibody in western
immunoblots, 100 mL of culture was used, and the phages were resuspended in 2 mL of
1% BSA in TBS. Phage titer was determined by plating serially diluted phage and E. coli
XL1-Blue cells onto agar plates (Barbas et al., 2001).

2.7 ELISA oF INDIVIDUAL PHAGE CLONES

For the initial screening of 292 phage clones, a single well was used for each clone. The

96-well polystyrene plates were coated with 1 x 10° F. nucleatum cells/well. The plates
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were then blocked for 2 h with 5% skimmed milk in PBS. Following blocking, 70 pL of
phages and 30 uL of PBS were added. In the ELISA, a 1:7,000 dilution of mouse
polyclonal serum against F. nucleatum whole cells, which was used to make the library,
was included as a positive control and 100 pL of parent phage that does not display scFv
(ca. 2 x 10'"° PFU) was included as a negative control. The plates were incubated
overnight at 4 °C. Following incubation, the plates were washed, and bound phages were
detected with anti-M 13 monoclonal antibody (1:7,000; GE Healthcare Bio-Sciences)
followed by the goat anti-mouse immunoglobulin G—alkaline phosphatase conjugate (1:

8,000; Sigma-Aldrich).

2.8 VisuAL COAGGREGATION INHIBITION ASSAYS

To further screen the 292 individual phage clones, coaggregation inhibition assays were
performed. The individual phage clones were screened for their ability to inhibit
coaggregation between F. nucleatum and the partner bacterium S. sanguinis V920 using a
procedure modified from Cisar ef al. (1979). Assays were conducted in 1 cm diameter
test tubes. F. nucleatum (1 x 10° CFU) was allowed to incubate with 55 pL untitered
phage at room temperature for 1 h with gentle rocking, before addition of 2 x 10* CFU S.
sanguinis and coaggregation buffer (1 mM Tris [pH 8], 0.1 mM CaCl,, 0.1 mM MgCl,,
0.02% NaN3, and 0.15 M NacCl) to 500 pL. The cell and phage suspension was vortex
mixed for 5 s, allowed to stand at room temperature for 10 min and scored for
coaggregation inhibition. The following controls were included: F. nucleatum and S.
sanguinis with TBS added instead of phage; addition of control parent phage (5 x 10"
PFU) that does not display a scFv; and addition of the mouse anti-F. nucleatum serum

(1:250 dilution).

In the initial screen, coaggregation inhibition was scored as either presence or absence of
inhibition. Presence or absence of inhibition was determined visually by comparison to
the no inhibition of coaggregation controls (F. nucleatum plus S. sanguinis control and
the addition of parent phage control) and the complete inhibition of coaggregation control

(addition of mouse anti-F. nucleatum serum).
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When analyzing the representative scFv phages, the degree of coaggregation was scored
using a scale modified from Cisar et al. (1979). Scores ranged from 0 to 4+ and were
assigned by the following criteria: 0, no visible coaggregation in the cell suspension; 1+,
small coaggregates in suspension; 2+, definite coaggregates easily seen but suspension
remained turbid and coaggregates settled gradually; 3+, large coaggregates which settled
rapidly leaving some turbidity in the supernatant fluid; 4+, clear supernatant fluid and

large coaggregates which settled immediately.

2.9 PREPARATION OF F. NUCLEATUM OUTER MEMBRANE

The procedure for obtaining the F. nucleatum outer membrane was adapted from Reddy
et al. (2007). F. nucleatum was grown anaerobically in 1 L of Brain Heart Infusion broth
to mid-exponential phase of growth (ODgo9 = 0.6). The cells were harvested by
centrifugation (10,000 x g, 15 min, 4 °C) and washed once in 100 mL of cold 30 mM
Tris-HCI, pH 7.5. The pellet was resuspended in 10 mL of the same buffer and the cells
were lysed using sonication with a Vibra-Cell sonicator (Sonics and Materials Inc.,
Danbury, CT). Twenty sonication events at amplitude of 60 were conducted by pulsing
for 20 s at a time and allowing the suspension to cool on ice for 20 s between intervals.
Intact cells were removed by centrifugation (10,000 x g, 10 min, 4 °C). The crude
envelope was acquired by ultracentrifugation (150,000 x g, 1 h, 4 °C; Optima L-100 XP
Beckman Coulter) and washed once with 10 mM HEPES buffer, pH 7.4 containing 10
mM MgCl,. The cytoplasmic membrane was dissolved by incubation in 2% Triton X-
100 in HEPES-MgCl, buffer (pH 7.4) for 1 h at room temperature. The outer membrane
remained intact under this treatment and was collected by ultracentrifugation (100,000 x

g, 40 min, 4 °C) and washed once. The resulting outer membrane was resuspended in 30

mM Tris-HCI buffer, pH 7.5.
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2.10 FRACTIONATION OF F. NUCLEATUM OUTER MEMBRANE

The outer membrane proteins were obtained by subjecting the outer membrane to a
Triton X-114 extraction procedure modified from Sela et al. (1997). The outer membrane
was resuspended in 4% (vol/vol) Triton X-114 in PBS and 1 mM phenylmethylsulfonyl
fluoride, which is a protease inhibitor, and gently rotated for 2 h at 4 °C. To obtain the
remaining outer membrane after Triton X-114 extraction, the sample was centrifuged at
20,000 x g for 30 min at 4 °C. The supernatant was then warmed to 37 °C for 5 min to
allow the detergent to undergo phase separation and centrifuged (15,000 x g, 5 min, 25
°C). The top aqueous layer was saved. The bottom detergent layer was washed by mixing
with 1 mL of ice-cold PBS, warmed to 37 °C for 5 min, and centrifuged (15,000 x g, 5
min, 25 °C). The washing process was repeated two additional times. The four aqueous
layers were pooled and the proteins were recovered by precipitation with 8 volumes of
cold acetone and incubated overnight at 4 °C. The precipitated proteins were collected by
centrifugation (3,500 x g, 15 min, 4 °C), washed once with cold acetone, allowed to air-
dry and then dissolved in 30 mM Tris-HCI buffer, pH 7.5, and designated as the aqueous
fraction. Proteins in the final detergent layer were precipitated similarly, except that
centrifugation was at 14,000 x g for 5 min at 4 °C. The pellet was dissolved in 30 mM
Tris-HCI buffer, pH 7.5 and designated as the Triton X-114 fraction.

2.11 SDS-PAGE

The protein profiles of the whole isolated outer membrane, the remaining outer
membrane after Triton X-114 extraction, Triton X-114 fraction and aqueous fraction
were examined using sodium dodecyl sulphate-polyacrylamide gel electrophoresis (SDS-
PAGE) using the buffer system of Laemmli (1970). The samples were prepared by
adding 2 pL of the remaining outer membrane to 6 pL of distilled water and 2 pL of 5X
sample buffer (50% [vol/vol] B-mercaptoethanol, 30% [vol/vol] 1 M Tris-HCI [pH 6.8],
10% [wt/vol] sodium dodecyl sulphate, 50% [vol/vol] glycerol, and 3 mM bromophenol
blue). The whole outer membrane (5 uL), Triton X-114 fraction (5 pL), and aqueous
fraction (5 pL) were added separately to 3 pL of distilled water and 2 pL of 5X sample
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buffer. The samples were boiled for 5 min followed by centrifugation (10,000 x g, 5 min,
4 °C). The supernatants containing the denatured proteins were loaded onto a 10%
polyacrylamide gel. A broad range prestained protein marker (New England Biolabs Ltd;
Pickering, ON) was used as the molecular weight ladder. SDS-PAGE was conducted at
200 V in a mini Trans-Blot cell (BioRad; Mississauga, ON) powered by a Power Pac 300
(BioRad). The gel was stained with Coomassie Brilliant Blue R-250 and subsequently

destained with 5% (vol/vol) acetic acid.

2.12 PHAGE IMMUNOBLOTTING

Western immunoblotting using the scFv expressing phage as the primary antibody was
conducted similarly to Ding et al. (2005). The F. nucleatum outer membrane protein
sample was first separated by 10% SDS-PAGE. Then the gel was placed on a
nitrocellulose membrane (BioRad) sandwiched between two pieces of filter paper using
the method previously described by Towbin et al. (1979). The proteins were transferred
at 200 mA for 60 min, with a minimum voltage of 60 V while submerged in transfer
buffer (0.025 M Tris base, 20% methanol, 0.192 M glycine). Subsequently, the
nitrocellulose membrane was blocked with 5% skimmed milk in PBST. After incubation
for 1 h at room temperature with gentle rocking, the membrane was incubated overnight
with either 55 pL untitered phage in skimmed milk for the initial screen of the 62
coaggregation inhibiting scFv phage or 1 x10'2 PFU scFv phage for later blots at 4 °C
overnight. The membrane was washed 3 times with PBST and then incubated with the
anti-M13 monoclonal antibody (1:7,000; GE Healthcare Bio-Sciences) for 1 h at room
temperature in skimmed milk. Following 3 washes, the membrane was incubated with the
goat anti-mouse immunoglobulin G—alkaline phosphatase conjugate (1:8,000; Sigma-
Aldrich) in skimmed milk. Following 1 h incubation at room temperature, the membrane
was washed another 3 times with PBST. To develop the blot, the membrane was
incubated in 10 mL of alkaline phosphatase buffer (0.01 mM MgCl,*6H,0, 0.1 M NacCl,
and 0.2 M Tris-HCI [pH 9.8]) with 33 uL of 5-bromo-4-chloro-3-indoyl phosphate
(BCIP; 50% BCIP [wt/vol] in distilled water) and 66 pL of nitroblue tetrazolium (NBT;

40



50% NBT [wt/vol], 70% dimethyl-formamide). The blot was covered with aluminum

foil, to protect it from light, and gently rocked until colour developed to desired intensity.

2.13 PCR AND RESTRICTION ANALYSIS OF CLONES

The scFv DNA from the 11 representative recombinant scFv phages were amplified by
PCR using the primer pair SL283/SL284 and Taq DNA polymerase. Primer sequences
are listed in Table 2.1. The PCR products were digested with BstOI (Promega, Madison,
WI) for 3 h at 60 °C and analyzed on 2% agarose gels.

2.14 DNA SEQUENCING

The scFv genes (in the pComb3X phagemid) were sequenced from both ends using
universal scFv forward and reverse primers SL283 and SL284, respectively (Barbas et
al.,2001; Table 2.1). Commerical Sanger Sequencing was conducted by McGill
University and Génome Québec Innovation Centre (Montréal, Québec). The deduced
amino acid sequences were aligned using Clustal W2

(http://www.ebi.ac.uk/Tools/msa/clustalw?2).

2.15 QUANTITATIVE COAGGREGATION INHIBITION ASSAY

To identify a common inhibitory scFv among early colonizing oral bacteria, the 6 unique
scFvs were tested for their ability to prevent coaggregation between F. nucleatum and the
binding partners S. sanguinis V920, S. gordonii DL1, S. sobrinus B13, S. mutans UA159,
S. downei ATCC 33748 and A. naeslundii WVU 627. Phage (1x10'* PFU [for S.
sanguinis only] or 5x10'2 PFU) were incubated with 1 x 10° CFU F. nucleatum at room
temperature for 1 h with gentle rocking. Following incubation, 2 x 10® CFU partner
bacteria and coaggregation buffer to 500 uL was added. The cell and phage suspension
was vortex mixed for 5 s, allowed to stand at room temperature for 10 min. From the

uppermost liquid in the coaggregation test tube 150 uL was carefully removed and the
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ODgop was measured. A no coaggregation unincubated control was included, where the
F. nucleatum and binding partner were mixed and immediately 150 pL was removed
without allowing time to coaggregate. The unincubated control displays the total cell
density. The coaggregation control consisted of F. nucleatum and partner bacteria with
TBS buffer added instead of phages. The phage control used the parent phage that does
not display a scFv. The positive control for inhibition was mouse anti-F. nucleatum

serum (1:250 dilution). The experiment was conducted in triplicate.

2.16 MASS SPECTROMETRY FROM NITROCELLULOSE MEMBRANE

To identify the protein being recognized by the scFv phage, the band from the
nitrocellulose membrane detected by the scFv phage was analyzed by mass spectrometry
using a method adapted from Luque-Garcia et al. (2008). The remaining F. nucleatum
outer membrane after Triton X-114 extraction fraction was separated by SDS-PAGE on
7.5% polyacrylamide gel and transferred to nitrocellulose membrane. Phage
immunoblotting was conducted using scFv phage 198 on one-half lane. The other half-
lane was left undisturbed in transfer buffer. After completing western immunoblotting the
high molecular weight band was lined up to the undeveloped half-lane and the

undeveloped nitrocellulose membrane was excised at the location of the band.

2.16.1 Tandem Mass Spectrometry Analysis

Mass spectrometry analysis was conducted by Dr. Alejandro Cohen (Proteomic Core
Facility, Atlantic Research Centre, Dalhousie University) using the procedure previously
described by Lee et al. (2009). The nitrocellulose membrane was dissolved in 90 ul
acetone/4 mm” nitrocellulose and then digested with trypsin. Following digestion, the
peptides were resuspended in 30 pL of a 2% (vol/vol) acetronitrile, 0.1% (vol/vol) formic
acid solution, analyzed by LC-MS/MS on a nano-LC-Packings HPLC system which is
coupled online to AB-Sciex Q-TRAP 2000 tandem mass spectrometer. Chromatographic
separation of the peptides was performed on a Phenomenex Onyx Monolythic C-18

capillary column using a linear water-acetonitrile gradient (0.1% [vol/vol] formic acid)
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from 2 to 30% acetonitrile over a 40 min period. Mass spectrometry data were acquired
using an Information Dependant Acquisition mode and analyzed using Analyst 1.5
software. Database identification was done using the National Center for Biotechnology
Information nonredundant protein database with the Mascot algorithm through a MS/MS

1on search.
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CHAPTER 3 RESULTS

3.1 CONSTRUCTION OF ANTI-F. NUCLEATUM SCFV LIBRARY

A BALB/c mouse was immunized with 10° CFU of F. nucleatum subspecies nucleatum
American Type Culture Collection (ATCC) 25586. Following 3 immunizations, serum
was collected, the whole spleen was harvested, and total RNA was isolated. A total of
1397 ng of RNA was obtained. From the total RNA, complementary DNA (cDNA) was
reverse transcribed and used as a template for polymerase chain reaction (PCR) to
amplify the DNA encoding the variable light and heavy chains (Vi and V) of all

antibodies produced by the immunized mouse.

3.1.1 Mouse Serum Reacts Strongly to F. nucleatum

The mouse polyclonal serum against F. nucleatum, which was used to make the scFv
library, was tested by ELISA for its reactivity to F. nucleatum whole cells. When
compared to the pre-immune serum, the anti-F. nucleatum serum showed a strong
reaction to F. nucleatum, suggesting the mouse was successfully immunized against F.

nucleatum (Figure 3.1).

3.1.2 Successful Amplification of V. and Vy Chains

Initially, difficulties with amplifying the DNA encoding the Vi (V¢ and V;) and Vy
chains were encountered. The method described by Barbas et al. (2001) using 20 pg
RNA for cDNA synthesis and 7ag DNA polymerase for amplification of the DNA
encoding the V| and Vy chains failed to produce the desired product. Ultimately, it was
found that using 2 pug total RNA to reverse transcribe the cDNA and using Phusion DNA
polymerase in hot start PCR produced the highest quantity of the 0.4 kb Vi and V4
chains DNA (Figure 3.2). Additionally, for the amplification of the DNA encoding the
V light chain and the Vy chain, the extreme thermostable single-strand DNA binding
protein (ET SSB) was added to increase the amount of product. The DNA encoding the
V. light chain did not require the ET SSB for amplification.
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Figure 3.1. Anti-F. nucleatum serum shows strong reaction in ELISA. Compared to
the pre-immune serum, the anti-F. nucleatum serum is highly reactive to F. nucleatum.
Results are means (+ SD) of triplicate measurements.
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Figure 3.2. PCR-dependent amplification of the expected 0.4 kb variable light and
heavy chain DNA. The expected 0.4 kb bands for the DNA encoding the variable light
chains, Vi (lane 1) and V; (lane 2), and the variable heavy chain (lane 3) were observed
on a 1.5% agarose gel. L, 1-kb DNA ladder (Invitrogen). Hot start PCR with Phusion
DNA polymerase was used. The extreme thermostable single-strand DNA binding
protein was added to the PCR reactions for V. and Vy.
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3.1.3 Production of the scFv

The DNA encoding the single-chain variable fragment antibodies (scFvs) were produced
by overlap extension PCR that combines the V| and Vy chains. As with the amplification
of the V| and Vy chains, Tag DNA polymerase failed to produce the desired scFv
product. Optimization of the PCR reaction conditions resulted in using Phusion DNA
polymerase and hot start PCR to amplify the 0.8 kb scFv (Figure 3.3). Some larger size
non-specific product was formed and some 0.4 kb individual V| and Vi chain DNA was

also obtained.

3.1.4 Phage Display and Production of Large scFv Library

The 0.8 kb scFv DNA was gel purified and ligated into the Sfil sites of the phagemid
pComb3X. Electrocompetent E. coli XL1-Blue cells were transformed with the ligated
DNA to produce the library. Titering of the transformed E. coli revealed that a library
containing 4 x 10® clones was constructed. The library was expressed on the surface of

recombinant phages using the helper phage VCSM13.

3.2 ENRICHED LIBRARY 6 IS HIGHLY REACTIVE TO F. NUCLEATUM

The scFv phage display library was enriched for clones reactive to F. nucleatum by
biopanning against 1 x 10° CFU F. nucleatum whole cells. After 4 rounds of biopanning,
the library did not show a great enrichment for anti-F. nucleatum clones as was expected
from previous experience with the anti-Bordetella pertussis scFv phage library (Hussein
et al., 2007). However, after 2 additional biopannings the library became highly enriched
for anti-F. nucleatum clones. The ability of the scFv phage pools to bind to F. nucleatum
(10° cells/well) was measured by enzyme-linked immunosorbent assay (ELISA). Bound
phages were detected by the anti-M 13 monoclonal antibody (1:7,000, GE Healthcare
Biosciences) followed by the goat anti-mouse IgG alkaline phosphatase conjugates
(1:8,000, Sigma-Aldrich). Enriched library 6 showed strong reactivity to F. nucleatum

compared to the control parent phage, which does not display a scFv, and the
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Figure 3.3. Overlap extension PCR produces the expected 0.8 kb scFv DNA. The
expected 0.8 kb band for the DNA encoding the scFv produced by joining the DNA for
the variable light and heavy chains was observed on a 1.5% agarose gel (lane 1). Some
larger size non-specific product was formed and some 0.4 kb individual V| and Vy chain
DNA was also obtained. L, 1-kb DNA ladder (Invitrogen). Hot start PCR using Phusion
DNA polymerase was performed.
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other enriched and unenriched libraries (Figure 3.4). The anti-F. nucleatum mouse
polyclonal serum was used as a positive control for F. nucleatum recognition and reacted

strongly as expected.

3.3 SCREENING 292 INDIVIDUAL SCFv PHAGES

From enriched library six, 292 individual scFv phages were grown and amplified
separately. First, the scFv phages were screened by ELISA to determine their F.
nucleatum binding ability. Second, after reamplification of the same 292 scFv phages
they were tested for their ability to inhibit coaggregation between F. nucleatum and the

early oral colonizer Streptococcus sanguinis.

3.3.1 Screening Individual scFv Phages by ELISA

A single well coated with 1 x 10° F. nucleatum cells/well was used for the initial
screening of the untitered 292 scFv phages. Bound phages were detected with anti-M13
monoclonal antibody followed by the goat anti-mouse immunoglobulin G—alkaline
phosphatase conjugate. The initial screen demonstrated that the majority of the 292 scFv
phages reacted strongly to F. nucleatum in comparison to the control parent phage, which
does not display a scFv (Table 3.1). The positive control, mouse polyclonal serum against
F. nucleatum whole cells, reacted strongly to F. nucleatum in the ELISAs. This further
confirmed that biopanning was successful in enriching the library for scFv phage clones

that recognize F. nucleatum.

3.3.2 Screening Individual scFv Phages by Coaggregation Inhibition
Assay

The 292 untitered scFv phages were tested for their function-blocking ability to prevent
F. nucleatum from binding to the early oral colonizer S. sanguinis. In order to determine

the F. nucleatum adhesin involved in F. nucleatum coaggregation with S. sanguinis, the
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Figure 3.4. Enriched library 6 is highly reactive to F. nucleatum. ELISA results
comparing the binding of the scFv phage display library before and after biopanning.
Microtiter plates were coated with 1 x 10° F. nucleatum cells and reacted with aliquots of
the phage library. Bound phages were detected by the anti-M 13 monoclonal antibody
(1:7,000, GE Healthcare Biosciences) followed by the goat anti-mouse IgG alkaline
phosphatase conjugates (1:8,000, Sigma-Aldrich). anti-Fn, mouse antiserum against F.
nucleatum whole cells. Control phage, phage that does not display a scFv. Results are
means (£ SD) of duplicate.
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Table 3.1. Summary of ELISA and coaggregation inhibition data for individual
clones. The 292 individual clones from the enriched library were screened by ELISA for
their ability to recognize F. nucleatum. The 292 clones were also tested for their ability to
inhibit coaggregation between F. nucleatum and S. sanguinis. The majority of the 292
clones reacted strongly to F. nucleatum and 62 clones inhibited coaggregation. Inhibited
coaggregation (+). Did not inhibit coaggregation (—).

Inhibits Inhibits
sekv ODos Coaggregation sekv ODos Coaggregation

1 1.173 + 37 1.715 —
2 1.02 — 38 2.062 —
3 1.651 + 39 2.06 —
4 1.539 — 40 1.929 +
5 1.304 — 41 2.122 +
6 1.461 + 42 2.007 +
7 1.44 + 43 1.945 —
8 1.338 — 44 2.037 —
9 1.471 — 45 2.123 —
10 0.626 — 46 1.999 +
11 0.477 + 47 1.953 +
12 1.608 — 48 1.776 —
13 1.816 — 49 1.865 —
14 2.044 — 50 2.34 —
15 1.886 — 51 1.855 —
16 1.751 — 52 1.393 —
17 1.287 — 53 2.248 +
18 1.605 — 54 1.817 —
19 1.882 55 1.965 +
20 1.908 — 56 2.031 —
21 1.924 + 57 2.17 —
22 1.639 — 58 1.949 —
23 1.876 — 59 1.973 —
24 1.693 — 60 1.775 —
25 1.838 — 61 1.617 —
26 2.056 + 62 2.091 +
27 2.084 — 63 1.889 —
28 1.964 — 64 1.949 —
29 1.822 — 65 1.771 —
30 1.838 — 66 1.989 +
31 1.945 + 67 1.954 —
32 1.963 — 68 1.155 —
33 2.049 — 69 2.282 —
34 1.987 — 70 1.887 —
35 2.043 — 71 2.169 +
36 1.168 — 72 1.858 —
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Inhibits Inhibits
scky OD.ss Coaggregation sckv OD.os Coaggregation
73 1.204 — 109 1.211 —
74 1.372 — 110 1.72 —
75 2.153 - 111 1.807 —
76 1.755 + 112 1.387 —
77 1.904 — 113 1.776 —
78 1.517 + 114 1.84 —
79 1.966 — 115 1.61 —
80 1.885 + 116 1.738 —
81 1.882 - 117 1.76 —
82 1.816 — 118 1.701 —
83 2.036 + 119 2.074 —
84 1.715 + 120 1.888 +
85 1.587 — 121 1.78 +
86 2.016 - 122 1.889 +
87 1.741 — 123 1.201 —
88 1.959 — 124 1.64 —
89 1.972 - 125 2.09 —
90 1.971 + 126 1.265 —
91 2.044 — 127 2.029 —
92 1.502 - 128 2.054 —
93 2.036 — 129 2.209 —
94 1.993 — 130 1.95 —
95 1.494 - 131 1.949 —
96 1.961 — 132 1.995 —
97 0.847 — 133 2.079 —
98 1.686 + 134 1.574 —
99 1.602 + 135 2.179 —
100 1.819 — 136 2.077 +
101 0.941 - 137 2.347 —
102 1.835 + 138 2.239 —
103 1.768 + 139 2.14 —
104 1.464 — 140 1.065 —
105 1.296 — 141 2.116 —
106 1.013 — 142 2.041 —
107 1.634 + 143 2.087 —
108 1.672 — 144 1.916 —
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Inhibits Inhibits
sekv ODos Coaggregation sckv ODos Coaggregation
145 2.084 — 181 1.041 —
146 2.045 + 182 1.699 +
147 2.234 — 183 1.16 —
148 1.904 — 184 0.593 —
149 2.145 — 185 0.475 —
150 2.215 — 186 1.168 —
151 2.288 — 187 1.178 —
152 2.258 + 188 0.727 —
153 2.008 — 189 1.632 —
154 2.237 — 190 1.924 —
155 1.835 — 191 1.998 —
156 1.802 — 192 1.748 —
157 2.03 — 193 1.64 —
158 2.128 — 194 2.025 —
159 2.256 + 195 1.682 —
160 2.178 — 196 2.095 +
161 1.981 — 197 2.337 +
162 2.235 + 198 1.884 +
163 1.986 + 199 1.673 —
164 1.586 — 200 2.44 —
165 2.061 — 201 1.985 —
166 1.886 — 202 1.826 +
167 2.042 + 203 1.869 —
168 1.973 — 204 1.847 +
169 2.301 — 205 2.319 —
170 2.033 — 206 2.043 —
171 2.065 + 207 1.953 +
172 1.995 — 208 1.659 +
173 1.602 — 209 2.046 —
174 1.615 — 210 1.825 —
175 1.515 — 211 2.024 —
176 1.47 + 212 1.336 +
177 1.569 — 213 2.435 +
178 1.571 — 214 1.685 —
179 1.931 + 215 1.888 —
180 1.492 — 216 1.986 —
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Inhibits Inhibits

sckv ODuos Coaggregation sckv OD.os Coaggregation
217 1.423 — 256 1.945 —
218 1.998 — 257 1.94 —
219 1.98 — 258 2.288 —
220 1.81 — 259 1.926 —
221 1.556 — 260 2.159 —
222 2.161 — 261 2.085 +
223 1.429 — 262 2.374 —
224 1.831 — 263 2.166 —
225 2.168 — 264 2.215 —
226 2.08 + 265 1.912 —
227 2.313 + 266 2.023 —
228 1.901 — 267 2.072 —
229 2.126 — 268 1.966 —
230 1.913 — 269 1.893 —
231 0.382 — 270 1.552 —
232 0.148 — 271 1.392 —
233 0.159 — 272 2.02 —
234 0.473 — 273 1.59 —
235 0.3 — 274 0.255 —
236 0.806 — 275 0.587 —
237 1.659 — 276 0.36 —
238 0.846 — 277 0.395 —
239 0.445 — 278 0.376 —
240 0.51 + 279 0.14 —
241 0.164 + 280 0.251 —
242 0.108 — 281 0.312 —
243 1.832 — 282 0.256 +
244 2.101 — 283 0.818 +
245 2.263 — 284 0.267 +
246 1.886 + 285 0.301 —
247 2.145 286 0.76 +
248 2.216 — 287 0.485

249 1.43 — 288 0.294 —
250 2.182 - 289 0.433 —
251 1.767 — 290 1.327 —
252 2.346 — 291 0.594 —
253 1.623 - 292 1.683 —
254 1721 - Anti-Fn >3 T

serum
Parent
255 1.886 - Phage 0.209 -
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scFv library was screened for scFv phages that prevented coaggregation, presumably

because the scFv recognizes the F. nucleatum adhesin and blocks S. sanguinis adherence.

The 292 scFv phages (55 pL untitered) were individually allowed to incubate with 1 x
10® CFU F. nucleatum with gently rocking, to allow ample contact. The binding partner
S. sanguinis (2 x 10° CFU) was added, the suspension was mixed using a vortex mixer
for 5 s and then any coaggregates of bacteria were allowed to settle to the bottom of the
tube for 10 min. Following the incubation, the turbidity of the reaction tube was
compared to the controls and assessed visually for the presence or absence of inhibition
of coaggregation (Figure 3.5). The buffer (no phage) negative control, showed no
inhibition of coaggregation (Figure 3.5 B); there was a clear supernatant fluid, with all
bacteria clumped together at the bottom. The addition of the parent phage that does not
express a scFv also did not prevent coaggregation (Figure 3.5 C). The addition of mouse
antiserum against F. nucleatum whole cells acted as a positive control and inhibited
coaggregation strongly (Figure 3.5 D); there was a cloudy suspension, with no clumping
at the bottom of the tube. In preliminary tests, autoaggregation was not observed with F.
nucleatum or S. sanguinis during the 10 min incubation. From the 292 scFv phages
tested, 62 scFvs produced reaction tubes that showed obvious inhibition of coaggregation
(Table 3.1). scFv 1, a representative function-blocking scFv is shown in Figure 3.5 A.
The results show that even though many scFv phages reacted strongly in the ELISA
recognizing F. nucleatum, only 62 scFv phages inhibited F. nucleatum coaggregation
with S. sanguinis. This suggests that many scFvs recognize F. nucleatum proteins that are
not involved in coaggregation with S. sanguinis, but could be involved in coaggregation

with other binding partners.
After identifying 62 function-blocking scFvs that likely bind to a F. nucleatum adhesin,

we isolated the outer membrane of F. nucleatum in order to determine the binding

specificity of the scFvs.
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Figure 3.5. Representative coaggregation inhibition result by scFv 1 against F.
nucleatum. The assays were conducted to screen 292 individual scFv phages for
function-blocking scFvs. (A) Inhibition of coaggregation between 1 x 10° CFU F.
nucleatum and 2 x 10* CFU S. sanguinis by the function-blocking scFv 1. (B)
Coaggregation between F. nucleatum and S. sanguinis alone. (C) Coaggregation between
F. nucleatum and S. sanguinis in the presence of 5 x 10'' PFU parent phage that do not
display a scFv. (D) Coaggregation between F. nucleatum and S. sanguinis inhibited by
1:250 diluted mouse antiserum against F. nucleatum whole cells. Of the 292 individual
scFv phages tested, 62 strongly inhibited coaggregation.
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3.4 ISOLATION OF F. NUCLEATUM OUTER MEMBRANE

F. nucleatum was grown to mid-exponential phase. The bacteria were sonicated and
centrifuged to obtain the broken cells in the supernatant. The supernatant was
ultracentrifuged to pellet the crude envelope, which was resuspended in 2% (vol/vol)
Triton X-100 containing Mg®" to solubilize the cytoplasmic membrane. After
ultracentrifugation, the outer membrane was acquired. The outer membrane was
fractionated via Triton X-114 extraction into 3 fractions: Triton X-114 fraction, aqueous
fraction, and remaining outer membrane after Triton X-114 extraction. The Triton X-114

fraction and aqueous fraction were precipitated with acetone and resuspended in buffer.

The three fractions generated, as well as the whole isolated outer membrane, were
separated on a 10% polyacrylamide gel by SDS-PAGE (Figure 3.6). The whole outer
membrane and remaining outer membrane showed similar band profiles (Figure 3.6,
lanes 1 and 2). The Triton X-114 fraction had the least number of protein bands, but was
still representative of the whole outer membrane sample (Figure 3.6, lane 3). The aqueous

fraction had a number of distinct bands below 30 kDa (Figure 3.6, lane 4).

To confirm that the isolation of the F. nucleatum outer membrane procedure was
successful, the intensely stained bands A and B from the Triton X-114 fraction (Figure
3.6, lane 3) were analyzed using tandem mass spectrometry (Elden Rowland,

Proteomic Core Facility, Atlantic Research Centre, Dalhousie University). It was found
that band A is the 302 kDa outer membrane autotransporter protein Fn1893 (Figure 3.7).
The Mascot search result for Fn1893 had a score of 572 and sequence coverage of 11%.
Band B was classified as the protein Fn1859 with a Mascot score of 154 and sequence
coverage of 14% (Figure 3.8). This 40 kDa protein is the major outer membrane porin
FomA (Jensen et al., 2006) and likely is the same protein studied by Kaufman and
DiRenzo (1989) involved in Streptococcus sanguinis CC5A binding.

The identification of F. nucleatum outer membrane proteins in the preparation suggests
that the F. nucleatum outer membrane was successfully isolated. Since it is hypothesized

that the outer membrane contains adhesins or proteins that mediate coaggregation, the
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Figure 3.6. SDS-PAGE gel showing isolation of F. nucleatum outer membrane
protein fractions. F. nucleatum whole outer membrane (OM), 5 ul (lane 1). Remaining
F. nucleatum outer membrane after Triton X-114 extraction, 2 pl (lane 2). Triton X-114
fraction of outer membrane, 5 pl (lane 3). Aqueous fraction of outer memebrane, 5 pl
(lane 4). L, broad range prestained protein marker (New England BioLabs). The protein
bands A and B were identified by tandem mass spectrometry as the outer membrane
proteins Fn1893 and Fn1859, respectively. Fn1893 is a member of the autotransporter
family of outer membrane proteins and Fn1859 is the major outer membrane porin
FomA. The gel is stained with Coomassie Brilliant Blue R-250.
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Figure 3.7. Mass spectrometry identified the 302 kDa protein as Fn1893. The
matched peptides generated from trypsin digestion and identified by tandem mass

spectrometry are in red boldface. The Mascot search result for Fn1893 has a score of 572
and the protein sequence coverage is 11%. Fn1893 is an outer membrane autotransporter

protein.
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KYEVYMLPTL
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PVIVYRDREV
AGRLQTLTKV
KLGSSKIDVT
GFRLGYQHKW
YNYYNVHNKK
GGYDPYTWHQ
RNWAVTAESK

Figure 3.8. Mass spectrometry identified the 40 kDa protein as Fn1859. The matched
peptides generated from trypsin digestion and identified by tandem mass spectrometry
are in red boldface. The Mascot search result for Fn1859 has a score of 154 and the
protein sequence coverage is 14%. Fn1859 is the major outer membrane porin FomA.
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next avenue of investigation was to probe the outer membrane proteins with the 62

coaggregation-blocking scFv phages to determine their binding specificity.

3.5 COAGGREGATION-BLOCKING SCFvSs CATEGORIZED BY REACTIVITY TO F.
NUCLEATUM OUTER MEMBRANE PROTEINS
The whole F. nucleatum outer membrane protein sample was probed with the untitered
62 scFv phages in western immunoblots. Bound scFv phages were detected by the anti-
M13 monoclonal antibody (1:7,000; GE Healthcare Biosciences) followed by the goat
anti-mouse IgG alkaline phosphatase conjugates (1:8,000; Sigma-Aldrich). On the
western blots, a high molecular weight (HMW) doublet band and a low molecular weight
band (7 kDa) were observed. The relative intensity of the each of the bands was used to
categorize the 62 scFv phages into 5 groups (Table 3.2 and Figure 3.9). From the table,
11 representative scFv phages were chosen for further study (boldface scFv numbers in

Table 3.2).

3.6 CHARACTERIZING THE REPRESENTATIVE SCFvs

The 11 representative scFv phages were titered and further analyzed in coaggregation
inhibition assays between F. nucleatum and S. sanguinis, immunoblotting against the F.
nucleatum outer membrane proteins, BstOlI restriction digestion of the scFv DNA and by

DNA sequencing the scFvs.

3.6.1 scFvs Have Different Coaggregation-Blocking Abilities

To develop a better understanding of the ability of each of the scFv phages to inhibit F.
nucleatum coaggregation with the early oral colonizer S. sanguinis, standardized amounts
of the scFv phages were used. Standard amounts of 1 x 10'' PFU, 5 x 10" PFU and 1 x
10" PFU scFv phages were allowed to incubate with 1 x 10° CFU F. nucleatum for 1 h

61



Table 3.2. Categorization of the 62 scFv phages that inhibit coaggregation between
F. nucleatum and S. sanguinus. The scFvs were grouped based on reactivity to the F.
nucleatum outer membrane by western immunoblotting. The numbers displayed are the
scFv number given to the individual clones. HMW, high molecular weight protein band.
Boldface, representative scFvs selected for further studies. For reference, an example
immunoblot is shown for scFv phage 42 in Figure 3.9.

Strong

7 kDa only Faint HMW, HMW, faint Equal HMW, HMW No HMW
strong 7 kDa 7 kDa only or 7 kDa
7 kDa
7 163 90 213 26 6 80 1 21
11 179 162 226 31 40 103 3 98
71 182 167 227 47 41 107 66 122
76 207 171 240 83 42 120 78 212
84 208 196 241 46 121 136
99 283 197 246 53 176 152
102 284 202 55 261 198
146 286 204 62 282
159

62



L 1

kDa F

-~ — €= HMW doublet bands

175
80
58 i
46 I
i
30 i
25 g
17—
7 == = 7 kDa band
J
W
&
<
N
L
g

Figure 3.9. Representative immunoblot for scFv phage 42. In Table 3.2, the scFv
phages were categorized based on their relative recognition of the HMW doublet and 7
kDa bands from the the whole F. nucleatum outer membrane protein sample. As shown
in this example blot, scFv phage 42 recognizes both the HMW doublet and 7 kDa bands
equally. The HMW doublet bands were observed above the 175 kDa mark. The 7 kDa

band migrated close to the 7 kDa mark. L, broad range prestained protein marker (New
England BioLabs).

63



with gentle rocking. Following incubation the binding partner S. sanguinis (2 x 10° CFU)
was added, the suspension was mixed using a vortex mixer for 5 s, and after waiting 10
min for any coaggregates of bacteria to settle, the coaggregation was scored. The controls
included the addition of buffer instead of phage (negative control), addition of 5 x 10"!
PFU parent phage (phage control), and the addition of 1:250 dilution of mouse antiserum

against F. nucleatum whole cells (positive control).

The coaggregation was scored on a scale of 0 to 4+, where 0 means no coaggregation
(cloudy suspension, with no clumping at bottom) and 4+ means maximum coaggregation
(clear supernatant fluid, with all bacteria clumped together at bottom). See Figure 3.10

for visual representation of coaggregation scores.

The negative control showed excellent coaggregation and was given a score of 4+. The
parent phage did not produce any noticeable inhibition and was also scored 4+. The
antiserum against F. nucleatum (1:250 dilution) eliminated coaggregation and was scored
0. The scFv phages produced a dose-dependent effect (Table 3.3). scFv phages 1, 21, 83,
102, 167, 176, 182 and 226 eliminated coaggregation at 1 x 10'* PFU. Thus, the scFvs
differ in their ability to inhibit coaggregation.

3.6.2 scFvs Recognize HMW Doublet Band to Different Intensities

The whole F. nucleatum outer membrane protein sample was probed with a standard
amount of 1 x 10'? PFU of the 11 representative scFv phages and bound scFv phages
were detected by the anti-M 13 monoclonal antibody followed by the goat anti-mouse IgG

alkaline phosphatase conjugates.

All 11 scFv phages recognized the high molecular weight (HMW) doublet band (Figure
3.11). scFv 26, 83, 102, 167, 176, 182, and 198 recognize the lower band in the doublet
most strongly (Figure 3.11, band B). scFv 1, 21, and 42 recognize both bands in the
doublet equally (Figure 3.11, bands A, B). While, scFv 226 recognizes the top band in the
doublet most strongly (Figure 3.11, band A). scFv 21 and 226 also recognize mid-
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Table 3.3. Coaggregation scores” for assays with titered scFv phages. The ability of
the 11 representative scFv phages to inhibit F. nucleatum coaggregation with the early
oral colonizer S. sanguinis was examined. The amount of inhibition was compared to the
buffer %dded negative control’, phage control® and anti-F. nucleatum serum positive
control”.

scFv scFv Number

Phage

(PFU) 1 21 26 42 8 102 167 176 182 198 226
1x 10" 4+ 4+ 3+ 3+ 4+ 4+ 4+ 4+ 2+ 4+ 2+
5% 10" 1+ 1+ 2+ 2+ 1+ 1+ 1+ 2+ 0 2+ 0

1x10"7 0 0 1+ 1+ 0 0 0 0 0 1+ 0

“Coaggregation scores: Ranked on a scale from 0 for no coaggregation to 4+ for
maximum coaggregation. See Figure 3.10 for visual representation.

b Negative control: addition of buffer instead of phage had no effect on coaggregation and
was scored 4+.

“ Phage control: the addition of 5 x 10'' PFU parent phage, which does not express a
scFv, had no effect on coaggregation and was scored 4+.

4 Positive control: the addition of 1:250 dilution of mouse antiserum against F. nucleatum
whole cells eliminated coaggregation and was scored 0.
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1+

Figure 3.10. Visual representation of coaggregation scores. The extent of
coaggregation was scored using a scale modified from Cisar et al. (1979). Scores ranged
from 0 to 4+ and were assigned by the following criteria: 0, no visible coaggregation in
the cell suspension; 1+, small coaggregates in suspension; 2+, definite coaggregates
easily seen but suspension remained turbid and coaggregates settled gradually; 3+, large
coaggregates which settled rapidly leaving some turbidity in the supernatant fluid; 4+,
clear supernatant fluid and large coaggregates which settled immediately.
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Figure 3.11. Western blot reveals representative scFv phages recognize HMW
protein. F. nucleatum outer membrane proteins was probed with a standard amount of

1 x 10" PFU scFv phages and reactive bands were detected by the anti-M 13 monoclonal
antibody followed by the goat anti-mouse IgG alkaline phosphatase conjugates. All scFvs
displayed on phage recognized the HMW doublet (bands A, B). scFv phage 21 and 226
also recognize mid-weight bands around 40 kDa (band C). Anti-Fn serum, mouse
antiserum against F. nucleatum whole cells (lane 1). Control phage, parent phage that
does not display a scFv (lane 2). No phage, buffer added instead of phage (lane 3). The
numbers shown at bottom are the scFv number given to the individual clones (lanes 4-
14). L, broad range prestained protein marker (New England BioLabs).
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molecular weight bands (Figure 3.11 band C). Taken together these results suggest that

there are differences between the epitopes recognized by some of the scFvs.

3.6.3 BstOI Digestion Reveals 3 Distinct Restriction Fragment Patterns

The scFv DNA of the 11 representative scFv phages were amplified through PCR using
the primer pair SL283/SL284 (Table 2.1). SL283 and SL.284 are the universal forward
and reverse primers for scFv amplification, respectively. To further characterize the
scFvs and quickly identify scFvs with different DNA sequences, the scFv DNA was
digested with BstOlI restriction enzyme. This provides a quick method to analyze
diversity among scFv phages since BstOl sites are known to occur within the

complementary determining regions of antibodies (Barbas et al., 2001).

BstOlI restriction analysis revealed 3 different fragment patterns (Figure 3.12). scFv 1, 21
and 176 have the same pattern. scFv 26, 42, 83, 102, 167, 182, and 198 have their own
pattern. scFv 226 has a distinct pattern. Thus, it can be inferred that there are a minimum
of 3 different scFvs. These different patterns are the result of the scFvs having different

DNA sequences and therefore different restriction patterns were observed.

To confirm these differences between scFvs, the scFv DNA was sequenced.

3.6.4 DNA Sequencing Reveals 6 Unique scFvs

DNA sequencing was performed on the scFv gene in the isolated pComb3X phagemids.
The universal forward and reverse primers for scFv amplification, SL283 and SL284

respectively, were used to sequence the scFvs from both directions.
The deduced amino acid sequences derived from the DNA sequencing results were

aligned and identical scFvs were identified. Three groups of identical scFvs were

determined: scFv 1, 21 and 176; scFv 26 and 182; and scFv 83, 102 and 167. scFv 42,
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1 21 26 42 83 102 167 176 182 198 226

Figure 3.12. BstOI digestion reveals 3 distinct restriction fragment patterns.
Differences in digestion patterns of the 11 scFvs suggest there are at least 3 unique scFvs.
scFv 1, 21 and 176 have a similar pattern. scFv 26, 42, 83, 102, 167, 182, and 198 have
their own pattern. scFv 226 has a distinct pattern. The numbers shown at the bottom are
the scFv number given to the individual clones. L, 1-kb DNA ladder (Invitrogen).
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198, and 226 were each unique. The alignments of the deduced amino acid sequences for
the 6 unique scFv sequences are shown in Figure 3.13. The first 2 lines of the sequence is
the light chain followed immediately by the glycine/serine long linker sequence. At the
other end of the long linker is the heavy chain. The framework (FR) regions were all
nearly identical between different scFvs. Conserved cysteine residues, in both the light
and heavy chains, were found. These residues are responsible for disulfide bond
formation, which permits proper folding of the scFv. Conserved glycine markers were
also observed in both chains. Variability was seen in the complementary determining
regions (CDRs) between the different scFvs. The CDRs are responsible for the antibody-

antigen complex formation.

3.7 IDENTIFYING COMMON INHIBITORY SCFvsS AMONG EARLY ORAL
COLONIZERS

To determine the utility of the 6 unique scFvs in inhibiting F. nucleatum coaggregation

with various early oral colonizing bacteria, spectrophotometric quantitative

coaggregation inhibition assays were performed. The binding partners S. sanguinis V920,

S. gordonii DL1, S. sobrinus B13, S. mutans UA159, S. downei ATCC 33748 and

Actinomyces naeslundii WVU 627 were tested.

F. nucleatum (1 x 10® CFU) was reacted with scFv phage (1x10'? [for S. sanguinis only]
or 5x10'2 PFU) for 1 h with gentle rocking. Following incubation, 2 x 10° CFU partner
bacteria was added, the suspension was mixed using a vortex mixer for 5 s, and after
waiting 10 min for any coaggregates of bacteria to settle, 150 pL was carefully removed
from the uppermost liquid in the tube and the ODgyy was measured. The unincubated
control displays the total cell density. The coaggregation control consisted of F.
nucleatum and partner bacteria with TBS buffer added instead of phage. In the phage
control, parent phage that does not display a scFv was added. The positive control for
inhibition included mouse anti-F. nucleatum serum (1:250 dilution). In this assay,
inhibition is indicated by optical density (OD) values higher than that of the
coaggregation controls shown by the dashed line (Figure 3.14). Any scFv phage that

70



=CcEw
sCckEw
scEw
=CcEw
=coFw
sCckEw

scEw
=CcEw
sCckEw
scEw
=cFw
=coFw

=CcEw
=cFw
SCEv
=cFw
SCEv
=cFw

SCEv
=CcEw
=cFw
SCRW
scEw
=CcEw

=CcEw
=cFw
=coFw
scEw
sCckEw
scEw

4z
1a7
198
26
226

42
167
198
26
226

42
167
198
26
226

42
1687
195
26
226

42
167
128
26
226

“c—— FRl-———————————— - CDR1 & -———-FRZ-——-
FLEGGPEAELDIVLTQSHRFMET SVGDRVSITCRASQDVS — —— TAVANYQOKPGO S PELL
FEGGGPAAELDIQMIQSHKFMET SWVGDRVEITCEASQDVG- —— TAVANYQQKPGOS PELL
FEGGGPAAELDIVMT QS QKRFMET SVGDRVSITCRASQDVG— —— TAVANYQOKPGOS PELL
FNGGEPEAELDIVMT QS HRFME T SVGDRVSITCRASQDVG— —— TAVANYQOKPGO S PELL
CLGGGAAAELDIVMT QSHKFMET SVGDRVEITCRASQDVG— —— TAVANYQQKPGOS PELL
VGEGPAAELDAVVT QE S—ALTT SPGET VT LT CRS STGAYTTSHYANW VOEEPDHLET GL

< CDRZ €-————————————— FR3———————————— < CDR3 € --—-FR4——
IYWASTRHTGVPDRE TGEGEGTDFT LTI SNVQSEDLADYF COOYE SYP LT F G- AGTKLEL
IYWASTRHTGVPDRETGEEEGTDEFTLT I SNVQSEDLADYF CQOYS SYP LTF G- GETKLEL
IYWASTRHTGYPDRF TGEGEGTDFT LTI SNVOSEDLAEYF COOY S SYS LY TFGGET KELET
IYWASTRHTGVPDREFTGEGEGTDEFT LTI SNVOSEDLAEYF COOYS BYE LY TEGGGTELEL
IYWASTRHTEVPDREFTGEGEGTDFT LTI SN VO SEDLAEYFCOOYS SYS LY TFGGETELET
IGGTNNRAPGVPARF SGELIGDKAALT ITGAQTEDEAT YF CALWY SNHWY F GGGT ELTVL

—= Linker e FRl-——————————— = CDR1&---
K5 SGGEESE GEEEEEE SRS SLEVOLOQS GPELVE PGASVEL 5 CEAS GYTET DYNMHWNVE QS
K2 8GEG6SGEEEGGE SRESLEVEIMESGPELVE PEASVET SCRASGYTFT DYNMEWVE QS
ES8GGGGEGEEEEGEE BRESLEVRLOQSGPELVE PGASVEI SCKAT GYTFT DYN THWVE QS
K3 5GEG6SGEEEEGE SRESLEVOLOQSGPELVE PEASVET SCRASGYTET DYNMEWVE QS
EZ8GGGGEGEEEGGEE BRESLEVELVESGPELVE PGASVET SCRASGYTFT DYNMEWVE QS
G2 EGEGEIGEEEGEEE SRS SLEVOLOOSGTVLAR PEASVEL SCRASGY SFTN YWMNWVEQR

—-—-FRZ2——-—> CDRZ e FR3————————————— -

HGESLEWIGHIY PYNEGTDYNOEFENKATLTVDHE SRTAYMELRELTSEDEAVYY CTR——
HGESLEWIGHIY PYNGETDYNOKFK SKATLTVDNS S5 TAYMELRE LT SEDSAVY Y CAR——
HGESLEWIGY IY PYNGET VY NOEFREKATLTVDNS 88 TAYMELRE LT SEDSAVY Y CAR ——
HGESLEWIGY I'Y PYNEET WY NOEFREKATLTVDHNE S TAYMELRE LT SEDSAVYY CAR——
HGRGLEWIGY IY PHNGETEYNOKFK SKATLTVDNE SNTAYMELRE LT SEDSAVYY CAR——
PEOGLEWI GMIHPFDSE SELNONFEDKATLTVDES SSTAYMOLSS PTEED SAVYY CARGG

CDR3 &~ —-FR4-——=
~ETMITPFAYWEOGT LWVTVSAAKTT PDSVT SEQACKGS K
—ETMITPFAYWGOGET VT VEAAKTT PPSVT SGOAAPGSE
—ETMITPFAYWGRGT LW T VEAAKTTAPSWT SCRAADGEE
~ETMITPFAYWGOGT LERLACNAFPAPFP——————————
-ETFYREPFSYWGOGT LVTVEAAKTTAPS VT SCOAPKGER
YFGHYKDF AYWEQET LV TWE AAKTT AQTVTMAR POGLEE

Figure 3.13. DNA sequencing reveals 6 unique scFv sequences. The aligned deduced
amino acid sequence of the 6 anti-F. nucleatum scFvs are shown. Sequences shown are
V. followed by V. FR, framework. CDR, complementary determining region.
Underlined residues in the FR correspond to either conserved cysteine residues
responsible for disulfide bond formation or conserved glycine markers found in
immunoglobulin chains. Boldface indicates unique residues in the scFvs.
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Figure 3.14. The unique scFvs inhibit multiple early oral colonizers. Inhibition of
coaggregation between F. nucleatum (Fn) and various early oral colonizers was measured
by the spectrophotometric coaggregation inhibition assay (mean of triplicate £ SD). In
this assay, inhibition is indicated by OD values higher than that of the coaggregation
controls (e.g., F. nucleatum + S. sanguinis) shown by the dashed line. Unincubated,
bacteria were mixed and OD read immediately to give the total cell density. Fn + partner
bacteria, is the coaggregation controls, inhibition is shown above dashed line. Anti-Fn
sera, mouse antiserum against F. nucleatum whole cells is the positive control for
inhibition. Inhibition of coaggregation between 1 x 10° CFU F. nucleatum and 2 x 10°
CFU partner bacteria was measured.
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produced an OD value above the OD value of the coaggregation control is considered to

have inhibited coaggregation.

Coaggregation with S. sanguinis was inhibited by all the 6 unique scFvs tested (Figure
3.14 A). Inhibition was dose-dependent. scFv phage at 5x10'2 PFU produced more
inhibition than at 1x10'2 PFU for all scFv phages.

All scFv phages tested inhibited coaggregation with S. gordonii (Figure 3.14 B). scFv 1,
26, and 42 inhibited coaggregation the best.

S. sobrinus coaggregation with F. nucleatum was inhibited by 5 out of the 6 scFvs tested

(Figure 3.14 C). scFv 1, 26, 42, 198 and 226 inhibited coaggregation, but not scFv 167.

F. nucleatum coaggregation with S. mutants and S. downei was inhibited by all 6 of the
unique scFvs tested (Figure 3.14 D, E). However, compared to the other streptococci
tested, S. mutants and S. downei did not coaggregate well with F. nucleatum as seen in

the coaggregation controls.

Coaggregation with A. naeslundii was inhibited by all scFvs tested (Figure 3.14 F). scFv
1, 26, and 42 inhibited coaggregation the most.

Thus, all scFv inhibit coaggregation to different degrees among the early oral colonizers
tested. Among the streptococci tested, scFv 1, 26 and 198 produced the greatest inhibition

of coaggregation.

3.8 MASS SPECTROMETRY IDENTIFIES ADHESIN AS RADD

To identify the protein that scFv phages bind on F. nucleatum, the band from the
nitrocellulose membrane detected by the scFv phages was analyzed by mass
spectrometry. The remaining F. nucleatum outer membrane after Triton X-114 extraction

fraction was separated by SDS-PAGE on a 7.5% polyacrylamide gel and transferred to
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nitrocellulose membrane. Following transfer, the sample lane was cut in half. scFv phage
198 was used as the primary antibody for immunoblotting on one-half lane. The other
half-lane was left undisturbed in transfer buffer. After completing immunoblotting the
high molecular weight band was lined up to the undeveloped half-lane and the
undeveloped nitrocellulose membrane was excised at the location of the band. The band
that was used for mass spectrometry identification is band B in Figure 3.11. Band B was
recognized by all scFv tested (Figure 3.11).
Mass spectrometry analysis produced six results for identification:
» Outer membrane protein of Fusobacterium nucleatum subsp. nucleatum ATCC
23726
» Outer membrane protein of Fusobacterium sp. 4 1 13,
» Hypothetical protein Fn1526 of Fusobacterium nucleatum subsp. nucleatum
ATCC 25586 (the subspecies used in this study)
» Outer membrane protein of Fusobacterium sp. 7 1
» Hypothetical protein HMPREF9942 01844 of Fusobacterium nucleatum subsp.
animalis OT 420, and
» Outer membrane protein of Fusobacterium nucleatum subsp. vincentii ATCC
49256
When the amino acid sequences of the results were aligned using ClustalW?2

(http://www.ebi.ac.uk/Tools/msa/clustalw?), it was found that all sequences had

considerable homology. The other five protein sequences were the same as Fn1526 in the
C-terminal region. However, they also have longer N-terminal regions, which extended
beyond the start codon annotated for Fn1526. Upon investigation on the Oralgen

Database (http://www.oralgen.lanl.gov) it was found that immediately upstream of

Fn1526 is an intergenic region, IGR26. When IGR26 was aligned with the six identified
protein sequences, IGR26 aligned with the N-terminal region missing from Fn1526.
Thus, we hypothesize that Fn1526 was incorrectly annotated and is actually a larger
protein that includes IGR26. Therefore, the adhesin being recognized by the scFvs is
Fn1526 (Figure 3.15).
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SNVTLNENST GISGEDDLLY GDGTNTYTMK
MDFSDANAKN NMGAYLAGAK WERDSVLTEFS
NNAKVEVEKS GIGIYTKNTT GSGKNNIINT
GGKLELENKT AGTSAAGIYY EGTNNEVDHN
VDGEAINESG KTIDIYDFEN TASGGSLSVG MLAKAGAGKT AKVINKGTIN VNGEVIGMVV

KGKISAENIA LALQGTGANK ILNSGTLNLT
GNGDGNDYGI GVYTKSGYNK TVNTDIQLGG
ANINFNGTNG RAIYQDGGTI TTGTGLHIQG
KVNVINKGTI ETTSGEKTTG IYGKGANIEN
YFKDSQAVTK VKDFNISLGT NAKGLVFNGG
ANRSSILAYA DGNTSEVALN GGGTLEKVGAN
GNKSIGYVFE NITSAITMPN SVQLTDTNAT
IGKNSIAIYG KDTAATLNGN LTIGEKGIGL
SVGIYKNGSG EVKTAAGKTL TVADSAYGIF
GDNANTAQSG NITVANNNGI GVYSKGNGNV
YAKNTTVNHV GDITVGETNI GSSGFTTPSD
TLNVDGKVDT SVYTNATKSN VSFGIAAYSG
GGTVNIKGDL NMAGMGLDVS TGKTIVDARS
SLISGERYKN IAKGLEDIRS KIGKDS3SPI
STLGVSGYKY KSTGVLYLND REAFTYGGKY
DTYQNKASFY STELSWENII SYDYDINTNW

LGKGSTGLFG
SAHEEGNIYL
LKVSSDGQGT
TDIEVTAGEN

KTGAVGVYAK
EKTIGFYLGA
SGSFLTLKNA
ATGAKINIGA
KDFTITSSST
GIALGTRGGK
GQVGVVAQGT
YVDNTATSEG
SKGRAKLINNM
STIGAITVGK
NKNSIGIFGD
AINNQGTINV
ISGVAEVLPN
FKSLDNISSH
GWSAGIVGSN
MVKPYTGIDM

KLYHGVNQAK MEKNASSGYYD LSKPERRRAR VAVGAELGLE

TRKIGLKDKT NIELNGENSV
FAQGGSEGAT DKGSTVTLEN
VGVETDGNLK LSGNGGLIEA
LIATYANGLK LNNNKEILIK

GAYASGADGK
TFKVSPDGTA
KNSGIGLYGN
KGKNNVAAYT
EDTSEGLNDT
LYASGTTKIK
GTYIPEHSKF IAQNTTFNVG
YDMAGKDYTL TLESPNGHIK
AGEINLTGDE ATGLVAVEAK
GVNGNISKTD VVVGKGSLGL
VENGGSIDNN FDIRVKSAEG
SSTGKAVINN GTLIVGDSTG

ITSEGKIKFL
TNENKTIGMY
KGKISIENTH
TGNSTFKNKG
GAEIVAKDKE
SQITSASGEA

KEKSIGLYGA NGATVEDKIT
LDTAVKGKST YVDNTIDMSN
KVEVTSAGTG IYLTKGSHLD
KIQLGHPTON DFESGIGIYV
DINAKAIGAY VKGANAKFEN
HIGVYREGDA EFLSGSKVIV
DNGTRVYLKG GEVDLGKTGT
LGGNKATGIA AVAKSTVGEN
TSQDFIVGKI SGTKDKLVGA
YAKDKKLTFD LASGKLESSD
IGMYAKGGAL TSVAKVSEIK
KSSIGIYSKG GAVTSTGSAT
TNSKVNLTGD LSVASGDSKG IFSMGAGNIE TTGNITVGSN
TGTVIVGDKG VGLLVKGTGK TLTSTGNITV GSNNSVGLYA
IQTMTIAEKG YGLYYKGNSR ADSIINSNMN MTLGKEAVGI
NSNINFKGNM LVDKPLSVGI YGSNGGSITV KSGSTITVEN GATGIMTGSK VESITLESGS
KNGATGIYLA GTASLVNQGT ITVDAISKQI GRPDTKASAE LGGIKVTDKG EVTINNKVIN
FSKGNSEQKV TIKDVFRTGA VGAFSGDVKS KSVSWIAKIS KEPGSSTTTK DITMVRIPYN
RDFARATANT RGDIYSNVQE RMKTVENAFD KSYNELLSSY NKTRNVNKFG ITYTGGEHKD
FEFNGDTNKG SKERVVSGKL GLHYQAPLNK EDDNAKLEWL TRGEVTVNNH RINRYSQVGK
SYGHIFNIKE KNEGLPLEVK GKDYFVITEN VGVETKYVLP LGATHQVFAK ADTEFSYDVA
KENAYGITFR AEYQGYKKSQ LNYGVRLNYK F

DSVVDENIAP TVAGADKTVA
TGGTGSTVTH TGTIDVGSGI
NSSINSLVEV GASGIGINGI
KGVGIYTTND NSLENTTLNN
NKVTIGATTG NSRGIGIAAL
VSANATTTVE VDGVEGLGAY
GNGLTVAGVS VVGSGNTGVY
DTAVNGNITV GANGAIGIQT
NVTVGVDAIG AYVDGNDLTS
DSIGVYKDGK GTMNINASSP

Figure 3.15. Mass spectrometry identified the 360 kDa protein as RadD. The matched
peptides generated from trypsin digestion and identified by tandem mass spectrometry are
in red boldface. Intergenic region 26 (IGR26) is shown as underlined. The protein
sequence coverage is 3%. RadD (Fn1526) is a F. nucleatum outer membrane
autotransporter protein that is a known adhesin for S. sanguinis (Kaplan et al., 2009).
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Fn1526, when including IGR26, is a 360 kDa protein. It is a member of the
autotransporter family of outer membrane proteins. Furthermore, Kaplan et al. (2009)
identified Fn1526 as the adhesin RadD and described the involvement of RadD in F.
nucleatum coaggregation with Streptococcus sanguinis ATCC 10556. Hence, we have
identified RadD (Fn1526), a known F. nucleatum adhesin for S. sanguinis, as the protein

being recognized by the scFvs.

76



CHAPTER 4 DISCUSSION

4.1 RATIONALE AND OBJECTIVES OF STUDY

As a group, Fusobacterium nucleatum has the ability to coaggregate with all oral bacteria
examined (Kolenbrander et al., 1989). Consequently, the mechanism of F. nucleatum
coaggregation, which promotes the progression to pathogenic dental plaque, has been the
focus of research for over twenty years. However, to date only five F. nucleatum

adhesins involved in adherence to the acquired pellicle or in coaggregation are known.

This deficiency in knowledge about F. nucleatum adhesins is likely due to the lack of an
effective tool to identify adhesins of F. nucleatum. We thought that an anti-F. nucleatum
single-chain variable fragment (scFv) antibody library would provide a powerful tool for
adhesin identification. Thus, the objective of this study is to construct, characterize and
use an anti-F. nucleatum scFv library to identify F. nucleatum adhesins involved in

coaggregation.

An anti-F. nucleatum ATCC 25586 scFv library consisting of 4 x 10° clones was
constructed. A library size in the range of 10" to 10 is considered a comprehensive
library that captures all possible antibody variants (Barbas et al., 2001). Therefore, our

library has great complexity, making it a valuable tool for studying F. nucleatum.

The library was enriched by biopanning against F. nucleatum whole cells 6 times and 292
individual scFv clones from the enriched library were tested for their ability to recognize
F. nucleatum in ELISA. Most scFv phages were highly reactive to F. nucleatum in
ELISA, which suggests that biopanning successfully enriched the library for clones that

recognize F. nucleatum.

The scFv phages were further screened by coaggregation assay to determine which scFvs
prevent F. nucleatum from binding to S. sanguinis, an early oral colonizer. This provided

a direct method to identify adhesins involved in coaggregation. Of the 292 tested, 62 scFv

77



phages prevented coaggregation between F. nucleatum and S. sanguinis. Even though
many of the 292 scFv phages reacted strongly in ELISA recognizing F. nucleatum, only
62 scFv phages inhibited F. nucleatum coaggregation with S. sanguinis. This suggests
that several scFvs recognize F. nucleatum proteins that are not involved in coaggregation
with S. sanguinis, but could be involved in coaggregation with other binding partners.
Therefore, this library has the potential to be used to identify adhesins involved in other

F. nucleatum coaggregation interactions.

Common function-blocking scFvs were identified by using the coaggregation-blocking
scFvs in inhibition assays with the early colonizers S. gordonii DL1, S. sobrinus B13, S.
mutans UA159, S. downei ATCC 33748 and Actinomyces naeslundii WVU 627. Since a
number of unique scFv phages were able to inhibit coaggregation with multiple early oral

colonizes individually, a common adhesin may exist among the early colonizers.

Mass spectrometry analysis of the F. nucleatum outer membrane protein band being
recognized by the coaggregation-blocking scFvs revealed that the F. nucleatum adhesin
involved in coaggregation is RadD. Previous identification by Kaplan ef al. (2009) of
RadD as a F. nucleatum adhesin necessary for interaction with S. sanguinis validates our
approach, the construction of a scFv library against F. nucleatum and its use in adhesin
identification. Screening of our scFv library in coaggregation assays between F.
nucleatum and S. sanguinis, an already characterized interaction, resulted in the
identification of the previously known adhesin RadD. This finding suggests that our
library is capable of identifying adhesins and has the potential to be used to identify novel

adhesins when applied to uncharacterized coaggregation interactions.

4.2 BIAS IN SCREENING LIBRARY BY COAGGREGATION INHIBITION ASSAY

The successful identification of a coaggregation adhesin using the scFv library
demonstrates the utility of this library. However, screening the library by visual
coaggregation assays could have biased the results toward identifying only the major

adhesin involved in coaggregation. The 292 individual clones were screened by adding
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untitered scFv phage to F. nucleatum, followed by the addition of S. sanguinis and
incubation for 10 min to allow coaggregation. Following incubation, the turbidity of the
reaction tube was compared to the controls (parent phage, no inhibition, and complete
inhibition with anti-F. nucleatum serum) and assessed visually for the presence or
absence of inhibition of coaggregation. When F. nucleatum and S. sanguinis are allowed
to coaggregate without inhibition the two bacteria clump together and fall to the bottom
of the tube during incubation, leaving a clear supernatant fluid on top. When inhibited,
the two bacteria are prevented from clumping together and stay suspended in the fluid
making the tube appears very turbid. In this way, visual screening favours the selection of
scFv phages that only produce a dramatic inhibitory effect, in other words a very turbid
tube. Of the 292 scFv phages tested, only 62 scFv phages produced a dramatically more
cloudy tube than the no inhibition control. Therefore, it is reasonable to assume that only
those scFv phages that recognized the major adhesin involved in coaggregation were
identified by this method. If a scFv phage recognized a minor adhesin it would not have
been selected in this screen because the effect on inhibition would not be noticeable,
since the major coaggregation adhesin would still be available for interaction with S.

sanguinis.

The visual coaggregation assay used was a quick and convenient method to screen
hundreds of scFv phages for their ability to prevent F. nucleatum coaggregation with S.
sanguinis. Untitered phages were used in this experiment because of the unreasonable
amount of time it would have taken to titer all 292 phages and since the library, after
enrichment six times, will have many identical scFvs. The same scFv was screened more
than once in the assay as shown in the DNA sequencing results that identified many
identical scFvs (Figure 3.13). A drawback of using untitered phage is that this increases
the amount of false-positives and false-negatives for coaggregation inhibition. False-
positives are those scFv phages that appear to inhibit coaggregation, but in reality do not.
This may have occurred due to the titer of the phage being too high. Conversely, false-
negatives are scFv phages that appear to have no effect on coaggregation, but actually do

inhibit coaggregation. This occurs when the titer of the phage is too low.
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The work of Kaufman and DiRienzo (1989) shows that F. nucleatum ATCC 10953
coaggregation with S. sanguinis CC5A is mediated by the 39.5 kDa protein FomA.
However, the function-blocking scFvs identified by our screen do not recognize this
protein. It is possible that this interaction is strain specific; we used F. nucleatum ATCC
25586 and S. sanguinis V920. Kolenbrander et al. (1989) showed that F. nucleatum can
coaggregate with a wide number of partner bacteria; however, the interactions depended
on the strains of F. nucleatum and partner bacteria. Alternatively, FomA may be a minor
adhesin and could not be detected in this screen because of the limitations of our visual

assay.

In order to overcome the limitations of this visual assay and attempt to identify minor
adhesins involved in F. nucleatum coaggregation with S. sanguinis, we could repeat the
screen using a strong function-blocking scFv identified in this study, such as scFv 1, and
add in other scFvs from the library to determine if inhibition could be improved. To do
this a quantitative spectrophotometric coaggregation assay should be used, since this
assay provides a more reliable method by which to compare the turbidity of the reaction
tubes, and look for increased inhibition. The scFvs that promote greater inhibition could
be further characterized as in this study and used in immunobloting to determine the F.

nucleatum outer membrane protein they recognize.

4.3 REPRODUCIBILITY OF PHAGE IMMUNBLOTTING

The 62 function-blocking scFv phages that were identified in the coaggregation inhibition
assay screen were characterized by what F. nucleatum outer membrane protein(s) they
recognized in immunoblotting. The scFvs were categorized by their recognition of a high
molecular weight (HMW) doublet band and a 7 kDa band (Table 3.2). Untitered scFv
phages were used to simplify the procedure. From the 6 categories, 11 representative
scFv phages were selected and the immunoblot was repeated with a known titered
amount of scFv phages (Figure 3.11). However, this time the HMW doublet band was

recognized by all scFvs tested and scFv 21 and 226 also recognized mid-weight bands.
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The difference in the bands being recognized could be attributed to the amount of scFv
phage used. Since the titered amount of 1 x 10'? PFU was used in the second blot, it is
possible that that there were not enough scFv phage to recognize the HMW doublet and
mid-weight bands in the previous blot. As well, the freshness of the phage preparation
has a great impact on the quality of the scFv displayed (Barbas et al., 2001). When the
phages are stored, the displayed scFv can become cleaved off the phage by proteases in
the environment. Therefore, the scFv phages that were used in the characterization of the
62 scFvs may not have been optimal since they were stored for a longer time than the
fresh phage used in the second blot. If the scFvs were missing, this would explain why
the HMW doublet and mid-weight bands were not recognized in the initial

characterization immunoblot.

The 7 kDa band observed in the initial screen is likely due to over-development of the
immunoblot. Since the bands were faint and took a long time to become visible, the blot
was allowed to develop for an extended period of time. This overdevelopment likely
permitted time for the 7 kDa non-specific band to appear. Since the whole F. nucleatum
outer membrane protein sample that was run on the immunoblot is very complex (Figure
3.6, lane 1) it is likely that cross-reactive antibodies could have caused the 7 kDa non-

specific band to appear.

4.4 CHARACTERIZING THE DIVERSITY OF THE SCFV LIBRARY

Since the 11 representative scFvs were selected from an enriched library following 6
rounds of biopanning, it is likely that many of the scFvs are duplicates. To determine how
many of the 11 representative scFvs are actually unique, the scFvs were analyzed by
BstOl restriction digestion. BstOI restriction analysis showed 3 distinct restriction
patterns. However, DNA sequencing revealed 6 unique scFvs demonstrating the
limitation of BstOlI restriction analysis. Furthermore, the 6 unique scFvs all appear to
recognize the same protein, suggesting the scFvs must differ in the epitope they

recognize.
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4.4.1 Limitation of BstOI Restriction Analysis

As described by Barbas et al. (2001), BstOlI restriction analysis offers rapid screening of
a large scFv library. However, this method is limited by how spatially close the BstOI
sites are on different scFv DNA. In many cases, the BstOlI restriction sites are only a few
bases up- or down-stream from a site on another scFv, therefore two unique scFvs can

appear identical when screened by BstOl restriction analysis.

This limitation of BstOlI restriction analysis offers an explanation for why BstOI analysis
revealed only 3 distinct restriction patterns among the 11 representative scFvs (Figure
3.12), but DNA sequencing of the same 11 scFvs revealed 6 unique scFvs (Figure 3.13).
Since the BstOlI restriction sites were very close together on the scFv DNA, the
differences in migration of the digested DNA bands were not obvious on the 2% agarose
gel. DNA sequencing was able to pick up these minor differences in DNA sequence and

provided a more definitive characterization.

4.4.2 Unique scFvs Recognize the Same Antigen Due to Differences in
Epitope

The 6 unique scFvs recognize the same HMW protein band on the immunoblot against
the F. nucleatum outer membrane proteins (Figure 3.11, band B). When band B was
analyzed by mass spectrometry it was identified as the F. nucleatum outer membrane
autotransporter protein RadD (Figure 3.15). Since RadD is a large 360 kDa protein it is
reasonable to assume that the scFvs recognize different parts, or epitopes, of the antigen.
Epitopes, also called antigenic determinants, are the part of an antigen that is recognized
by antibodies. Epitopes can be conformational or linear (Janeway et al., 2001).
Conformational epitopes are composed of a discontinuous amino acid sequence from
different parts of the polypeptide chain that have been brought together by protein folding
in a three-dimensional structure. In contrast, a linear epitope is composed of a single

continuous segment of polypeptide chain.
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In this way, the unique scFvs likely recognize different epitopes of the antigen RadD.
This may explain why more than one band on the immunoblot was recognized by some
scFvs (Figure 3.11). It is possible that breakdown products of RadD were formed during
the preparation of the outer membrane sample. On the immunoblot, the HMW doublet
was recognized by all 6 unique scFvs and mid-weight bands by scFvs 21 and 226. Since
the individual scFvs recognize different epitopes, they likely would bind different
breakdown products with different affinities. Each breakdown product may differ in the
epitopes they have and in the way they display them. Therefore, not all breakdown
products will be recognized by the individual scFvs due to the binding specificity of the
scFvs. For example, the amino acid sequence of scFv 226 is very different from all other
scFvs sequenced (Figure 3.13). This corresponds to a difference in the intensity of the
bands scFv 226 recognizes in the immunoblot (Figure 3.11). scFv 226 recognizes the
higher HMW band more strongly than the lower band, unlike the other scFvs, and

recognizes some mid-weight bands.

Furthermore, the coaggregation inhibition assays using the 6 unique scFvs to prevent F.
nucleatum coaggregation with a number of early colonizing oral bacteria (Figure 3.14)
suggests that the difference in epitope recognition makes a big difference in how well
each scFv blocks coaggregation. Where the scFv binds the adhesin RadD seems to
influence the scFv’s ability to inhibit coaggregation. Among the streptococci tested, scFv
1, 26 and 198 produced the greatest amount of inhibition. It is possible that these scFvs
bind RadD more closely to where the cognate receptor on the streptococci adheres,

thereby promoting greater inhibition.

4.4.3 The Distinctive Character of scFv 226

Characterization of scFv 226 revealed that it has a distinctive DNA sequence and unique
binding properties. The BstOlI restriction pattern of scFv 226 did not match the pattern of
any other scFv (Figure 3.12). This difference was confirmed with DNA sequencing,
which showed that the complementary determining regions of scFv 226 have many

unique residues when compared to the other 5 scFvs (Figure 3.13). The differences
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observed in the DNA sequence of scFv 226 corresponded to differences seen in
immunoblots with the F. nucleatum outer membrane protein sample. Band A in Figure
3.11 was recognized more strongly by scFv 226, than by any other scFv. Taken together,
these results suggest that scFv 226 might be an entirely different class of scFv and may
recognize a different F. nucleatum protein. Further investigation is warranted to discover
what adhesin scFv 226 recognizes and what similarities exist between this adhesin and

RadD.

4.5 COMMON ADHESIN FOR MANY EARLY COLONIZERS

The 6 unique scFvs were screened for their ability to inhibit F. nucleatum coaggregation
with a number of early oral colonizing bacteria (Figure 3.14). It was found that all scFvs
could inhibit coaggregation with the binding partners: S. gordonii, S. sobrinus, S. mutans,
S. downei and A. naeslundii. The 6 unique scFvs all recognize a HMW protein that was
identified as RadD on F. nucleatum (Figure 3.11, band B). This suggests that RadD may

be a common adhesin for early colonizing bacteria.

This finding is consistant with those of Kalpan et al. (2009). Gene inactiviation of radD
in the transformable F. nucleatum strain ATCC 23726 resulted in the inability of mutant
F. nucleatum to coaggregate with S. sanguinis ATCC 10556, S. oralis ATCC 10557, S.
gordonii ATCC 10558, and A4. naeslundii ATCC 12104. Thus, our work both supports
and extends the findings of previous researchers showing that RadD is involved in

coaggregation with many early colonizing bacteria.

4.6 UsE oF scFv PHAGES

In this study, the scFv was displayed on the surface of phage during use in coaggregation
assays and immunoblotting. The scFv can also be expressed as a soluble protein
independent of the phage (Barbas et al., 2001). However, we encountered problems with

inducing expression of the scFv in E. coli making this approach not feasible.
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The use of scFv phage in immunoblotting is well documented. Ding et al. (2005) showed
that the expression and purification of the soluble scFv is unnecessary and that the scFv
expressing phage can be more conveniently used as the primary antibody. Our results
agree with this assertion. Using as a control the parent phage, which does not express a
scFv, we showed that the scFv phage binds specifically to the antigen recognized by the
scFv (Figure 3.11).

In coaggregation assays, the use of the scFv phage creates the possibility of steric
hindrance. The 27.5 kDa scFv is displayed on the surface of a phage, which is 6.5 nm in
diameter and 930 nm in length (Barbas et al., 2001). Fusobacterium cells are generally 5
to 10 um long (Bolstad et al., 1996) and S. sanguinis are 0.8 to 1.2 pm in diameter (Holt
et al., 1994). Since the size of the phage is similar to the smallest S. sanguinis, it is
possible steric hindrance could have taken place. However, in coaggregation assays, a
parent phage control, which does not display a scFv, was included. The parent phage did
not cause any inhibition of coaggregation (Figure 3.14). As well, the 6 unique scFv
phages all produced different degrees of coaggregation inhibition in the assay. These 6
individual scFvs recognize the RadD adhesin (Figure 3.11). This suggests that the
variances observed in inhibition are due to the different epitopes that the scFvs recognize
on RadD. To further verify the absence of steric hindrance, another control experiment
could be to use a phage displaying a scFv that recognizes F. nucleatum but does not
inhibit coaggregation. This control would show that even when the phage is bound to the

surface of F. nucleatum it does not prevent the partner bacteria from binding.

4.7 ALTERNATIVE INTERPRETATION OF MASS SPECTROMETRY RESULT

Mass spectrometry was conducted on the band on the nitrocellulose membrane that was
recognized by the scFvs. This procedure allowed for more accurate identification of the
protein band, than would have the usual method of identifying the protein on a stained
polyacrylamide gel. The developed half-lane of the blot and the undeveloped half-lane

from which the band for mass spectrometry analysis was excised have the same protein
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profile and migration, which should result in the identification of the correct protein

band. All trypsin digested peptides generated matched to RadD.

However, there is still room for interpretation and uncertainty. On the immunoblot, the
remaining F. nucleatum outer membrane after Triton X-114 extraction sample was run
because the concentration of individual proteins is high. However, this sample also has a
complex protein profile (Figure 3.6, lane 2). Therefore, the incorrect band could have
been identified. It is possible that scFv 198 recognizes a band of lower concentration that
migrates very close to RadD, but because RadD is in higher concentration only matched
trypsin digested peptides generated from RadD were observed. In mass spectrometry, the
more abundant species will suppress the signal from the less abundant ones when the
mixture is ionized using electrospray (Hernandez et al., 2006). Thus, if the true adhesin

was in low concentration, it would not have been identified.

Hence, the mass spectrometry result should be verified by an independent method.
Possible approaches to verifying the identity of the adhesin are explored in the following

section.

4.8 FUTURE EXPERIMENTS: HOW TO VERIFY THE IDENTITY OF THE ADHESIN

There are a number of approaches that could be taken to verify that the adhesin identified
is truly RadD. An obvious method is the production of a genetic mutant. Another is the

creation of recombinant proteins.

4.8.1 Knock-out mutant of RadD

A logical future study would be to construct a RadD knock-out mutant of F. nucleatum
ATCC 25586, the strain used in the current study, in order to verify the role of RadD as
an adhesin. However, transformation with the strain F. nucleatum ATCC 25586 has not
been described in the literature. The likely reason for this is due to severe restriction

modification systems of fusobacteria, consisting of methylated DNA and up to three
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different restriction enzymes with four-base recognition sites (Lui et al., 1979). As well,
difficulties in cloning fusobacterial DNA exist due to a low G+C content of only 30%
(Kolenbrander, 2000). Nevertheless, successful transformations with the strains F.
nucleatum ATCC 10953 and ATCC 23726 are described in the literature (Kinder Haake
et al., 2000; Kinder Haake ef al., 2006). Kaplan et al. (2009) described a successful gene
inactivation of RadD in F. nucleatum ATCC 23726. It was found that the lack of RadD
significantly decreased F. nucleatum coaggregation with the early colonizers S. sanguinis
ATCC 10556, S. oralis ATCC 10557, S. gordonii ATCC 10558 and Actinomyces
naeslundii ATCC 12104. As well, the knock-out mutant F. nucleatum did not form
structured biofilms when grown in the presence of S. sanguinis ATCC 10556. These
findings indicate that RadD is necessary for coaggregation between the strains used by

Kaplan et al. (2009).

To confirm that the function-blocking scFvs identified in the present study recognize the
same RadD protein that was identified by Kaplan ef a/. (2009), the immunobloting
experiments should be repeated using the outer membrane protein sample of the wild-
type and mutant strains of F. nucleatum ATCC 23726. If the scFvs recognize the HMW
protein RadD in the wild-type strain, but not in the mutant strain, then that would provide

conclusive evidence that the function-blocking scFvs recognize RadD.

4.8.2 Recombinant Proteins of RadD

In this study, RadD was identified as a 360 kDa protein, slightly larger than the 350 kDa
protein identified by Kaplan et al. (2009). This is because trypsin digested peptides in
mass spectrometry analysis matched the sequence of the intergenic region IGR26
upstream of RadD (Gene ID: Fn1526), as well as RadD itself (Figure 3.15). Therefore,
we combined the translated products of radD and igr26 since the two genes seem to be

expressed as one protein.

The 360 kDa protein RadD would be difficult to express as a single recombinant protein

due to its large size. Therefore, it is reasonable to produce it as smaller recombinant
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proteins. In the middle of RadD are a number of repeat domains as identified by SMART

(http://smart.embl-heidelberg.de) and within those repeat domains is a carbohydrate-

binding module (Oralgen; http://www.oralgen.lanl.gov). In the C-terminal region there is
an autotransporter beta-domain (Oralgen). Therefore, a reasonable approach would be to
express RadD as 3 distinct recombinant proteins: The N-terminal region containing the
IGR26, the middle fragment containing the repeat domains and carbohydrate-binding

module, and the C-terminal region containing the autotransporter beta-domain.

In this way, not only will the role of RadD as an adhesin be confirmed, but also the
region of RadD that is involved in coaggregation and is recognized by the function-
blocking scFvs will be identified. Furthermore, the recombinant protein that is recognized
by the scFvs could be used in coaggregation assays to determine if the protein alone can
promote or inhibit S. sanguinis aggregation. Hence, the multiple uses of these potential

recombinant proteins make it a fruitful approach to examine RadD in the future.

As well, once the recombinant protein that is recognized by the scFvs is identified, the
recombinant protein can then be used to find the cognate receptor on partner bacteria.
The recombinant protein could be used as bait to pull out the cognate receptor and allow
its identification. Thus, RadD recombinant proteins provide avenues to investigate not

only RadD, but also to determine the cognate receptor of RadD.

4.9 SIGNIFICANCE OF STUDY

The construction of a scFv library against F. nucleatum provides a powerful tool for the
identification of adhesins involved in coaggregation. Most previous adhesins were
identified based on their binding properties. The 300-350 kDa galactose-binding adhesin
(Murray et al., 1988), 30 kDa galactose-binding adhesin (Shaniztki et al., 1997), and N-
acetylneuraminic acid specific adhesin (Shaniztki ef al., 1998) were identified based on
the ability of the adhesin to bind sugars. Even RadD, the most recently discovered
adhesin, was isolated by using arginine agarose beads (Kaplan ez al., 2009). Unlike the

others, FomA was identified by fractionation of the F. nucleatum outer membrane
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(Kaufman and DiRienzo, 1989). These two methods of adhesin identification have
obvious limitations. Adhesins that are not strongly inhibited by a sugar or amino acid
cannot be identified using this method. As well, adhesins that are not in high abundance
in any fraction of the outer membrane cannot be discovered using the fractionation
technique. Therefore, the scFv library provides another method independent of previous
approaches that can identify adhesins regardless of the adhesin’s binding specificity or

abundance in the outer membrane.

Furthermore, the scFv library has the potential to identify adhesins on F. nucleatum
involved in coaggregation with other binding partners and even the cognate receptor on
the binding partner. The scFv library can be screened in coaggregation assays to find
scFvs that inhibit coaggregation with any binding partner of F. nucleatum. Additionally,
once the adhesin is identified using the scFv, the cognate receptor can then be isolated
using the scFv-adhesin as bait for the cognate receptor. Thus, the scFv library holds great
promise as a new approach to discovering the mechanisms of F. nucleatum

coaggregation.

4.9.1 Monoclonal Antibody Approach

Many of the benefits associated with the construction of a scFv library could have also
been achieved using monoclonal antibodies. Monoclonal antibodies are normally
produced using hybridoma technology by fusing myeloma cells with B-cells from a
mouse that has been immunized with the desired antigen (K6hler and Milstein, 1975).
This allows the limitless production of monoclonal antibodies of a defined specificity to
practically any antigen. However, monoclonal antibody producing technology is very
laborious and time consuming. scFv phage display libraries allow the production of
recombinant antibodies in bacteria, making this technique much more user friendly. As
well, the scFv antibody fragment retains the intact antigen binding site, but is more
compact than the monoclonal antibody produced by hybridomas. These minimized
antibodies have several advantages in practical use, including better tumor penetration,

more rapid blood clearance, lower retention times in non-target tissue and reduced
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immunogenicity (Huston et al., 1996; Marasco et al., 1998; Colcher et al., 1998). The
key difference between monoclonal antibodies and scFvs is that monoclonal antibodies
have two antigen binding sites, while scFvs have only one. This allows monoclonal
antibodies to bind an antigen through avidity interactions. This way, an antibody with
low affinity for the antigen will bind the antigen through the synergism of multiple

antigen binding sites.

The scFv approach was followed in this study due to the ease of producing the scFvs in
bacteria and our lab’s previous experience with the creation of an anti-Bordetella

pertussis scFv library (Hussein et al., 2007).

4.10 CONCLUSION

The scFv library reported here is the first such library ever constructed against F.
nucleatum. The use of the scFv library to identify function-blocking scFvs that inhibit F.
nucleatum coaggregation with the early oral colonizers: S. sanguinis, S. gordonii, S.
sobrinus, S. mutans, S. downeii, and A. naeslundii and identification of RadD as the
adhesin involved in coaggregation confirms and extends the results of Kaplan et al.
(2009). The creation of this anti-F. nucleatum scFv library may offer a powerful new tool
for the discovery of F. nucleatum adhesins involved in coaggregation and their cognate
receptors. The importance of this study is not limited only to the construction and
characterization of the first scFv library against F. nucleatum and its application in
adhesin identification, but also is in the potential this scFv library has as a possible

preventative treatment for dental plaque.

The identification of the function-blocking scFvs 1, 26 and 198, which inhibit F.
nucleatum coaggregation with a number of early colonizing streptococci, provides a
tantalizing new approach to biofilm control and prevention of periodontal disease and
dental caries. These scFvs are capable of preventing F. nucleatum coaggregation with
many early oral colonizers (Table 3.3 and Figure 3.14). By inhibiting F. nucleatum

adherence to early colonizers, F. nucleatum could be prevented from becoming part of
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dental plaque. This would exclude the pathogenic late colonizers from the biofilm, since
most pathogenic bacteria adhere via the microbial bridge F. nucleatum. Hence,
periodontal disease and dental caries, both of which are caused by pathogenic late
colonizing bacteria, could be prevented by using these scFvs. Although more work in
characterizing and optimizing these scFvs is required, it is possible to envision the future
use of these scFvs as an additive in mouthwash or expressed in a live oral vaccine vehicle
providing long-term, or even life-long, protection from these common oral diseases.
Thus, this study has accomplished the first steps towards providing our children a future

free from the anxiety of the dentist’s scaler and drill.

91



REFERENCES

Ali, RW, Skaug, N, Nilsen, R, Bakken, V. 1994. Microbial associations of 4 putative
periodontal pathogens in Sudanese adult periodontitis patients determined by
DNA probe analysis. J. Periodontol. 65:1053-1057.

Arap, MA. 2005. Phage display technology: applications and innovations. Genet. Mol.
Biol. 28:1-9.

Bakaletz, L. 2004. Developing animal models for polymicrobial diseases. Nat. Rev.
Microbiol. 2:552.

Bakken, V, Aar, S, Jensen, HB. 1989. Purification and partial characterization of a
major outer-membrane protein of Fusobacterium nucleatum. J. Gen. Microbiol.
135:3253-3262.

Baneyx, F. 1999. Recombinant protein expression in Escherichia coli. Curr. Opin.
Biotechnol. 10:411-421.

Barbas, CFI, Burton, DR, Scott, JK, and Silverman, GJ. 2001. Phage display: A
Laboratory Manual. Cold Spring Harbor Laboratory Press, Cold Spring Harbor,
NY.

Bartold, PM, Gully, NJ, Zilm, PS, Rogers, AH. 1991. Identification of components in
Fusobacterium nucleatum chemostat-culture supernatants that are potent

inhibitors of human gingival fibroblast proliferation. J. Periodont. Res. 26:314-
322.

Baumgartner, JC, Falkler, WA, Beckerman, T. 1992. Experimentally induced
infection by oral anaerobic microorganisms in a mouse model. Oral Microbiol.
Immunol. 7:253-256.

Beachey, EH. 1981. Bacterial adherence: adhesin-receptor interactions mediating the
attachment of bacteria to mucosal surface. J. Infect. Dis. 143:325-345.

Bolstad, Al, Jensen, HB, Bakken, V. 1996. Taxonomy, biology, and periodontal aspects
of Fusobacterium nucleatum. Clin. Microbiol. Rev. 9:55-71.

Bos, R, van, dM, Busscher, HJ. 1995. A quantitative method to study co-adhesion of
microorganisms in a parallel plate flow chamber. II: Analysis of the kinetics of
co-adhesion. J. Microbiol. Methods. 23:169-182.

Callister, L. 2008. Global oral health in women and children. MCN Am J Matern Child
Nurs. 33:60-60.

92



Castellarin, M, Warren, R, Freeman, JD, Dreolini, L, Krzywinski, M, Strauss, J,
Barnes, R, Watson, P, Allen Vercoe, E, Moore, R, Holt, R. 2012.
Fusobacterium nucleatum infection is prevalent in human colorectal carcinoma.
Genome Res. 22:299-306.

Chaudhary, VK, Batra, JK, Gallo, MG, Willingham, MC, FitzGerald, DJ, Pastan, 1.
1990. A rapid method of cloning functional variable-region antibody genes in
Escherichia coli as single-chain immunotoxins. Proc. Natl. Acad. Sci. U. S. A.
87:1066-1070.

Chaudhary, VK, Queen, C, Junghans, RP, Waldmann, TA, FitzGerald, DJ, Pastan,
I. 1989. A recombinant immunotoxin consisting of two antibody variable domains
fused to Pseudomonas exotoxin. Nature. 339:394-397.

Chen, J, Dav, S, Simmons, A. 2004. Prevention of genital herpes in a guinea pig model
using a glycoprotein D-specific single chain antibody as a microbicide. Virology
J.1:11-11.

Cisar, JO, Kolenbrander, PE, Mclntire, FC. 1979. Specificity of coaggregation
reactions between human oral streptococci and strains of Actinomyces viscosus or
Actinomyces naeslundii. Infect. Immun. 24:742.

Clackson, T, Hoogenboom, HR, Griffiths, AD, Winter, G. 1991. Making antibody
fragments using phage display libraries. Nature. 352:624-628. doi:
10.1038/352624a0.

Colcher, D, Pavlinkova, G, Beresford, G, Booth, BJ, Choudhury, A, Batra, SK.
1998. Pharmacokinetics and biodistribution of genetically-engineered antibodies.
Q J Nucl Med. 42:225-241.

Correia, FF, DiRienzo, JM, Lamont, RJ, Anderman, C, McKay, TL, Rosan, B. 1995.
Insertional inactivation of binding determinants of Streptococcus crista CCSA
using Tn916. Oral Microbiol. Immunol. 10:220-226.

Dai, K, Zhu, H, Ruan, C. 2003. Generation and characterization of recombinant single
chain Fv antibody that recognizes platelet glycoprotein Ibalpha. Thromb. Res.
109:137-144.

Deckert, PM, Renner, C, Cohen, LS, Jungbluth, A, Ritter, G, Bertino, JR, Old, LJ,
Welt, S. 2003. A33scFv-cytosine deaminase: a recombinant protein construct for
antibody-directed enzyme-prodrug therapy. Br. J. Cancer. 88:937-939.

Deng, X, Nesbit, L, Morrow, KJ. 2003. Recombinant single-chain variable fragment

antibodies directed against Clostridium difficile toxin B produced by use of an
optimized phage display system. Clin. Diagn. Lab. Immunol. 10:587-595.

93



Ding, Y, Liu, M, Han, W, Yang, S, Liu, H, Gong, Y. 2005. Application of phage-
displayed single chain antibodies in western blot. Acta Biochim Biophys Sin.
37:205-209.

Duan, Y, Fisher, E, Malamud, D, Golub, E, Demuth, DR. 1994. Calcium-binding
properties of SSP-5, the Streptococcus gordonii M5 receptor for salivary
agglutinin. Infect. Immun. 62:5220-5226.

Dzink, JL, Sheenan, MT, Socransky, SS. 1990. Proposal of three subspecies of
Fusobacterium nucleatum Knorr 1922: Fusobacterium nucleatum subsp.
nucleatum subsp. nov., comb. nov. Fusobacterium nucleatum subsp.
polymorphum subsp. nov., nom. rev., comb. nov. and Fusobacterium nucleatum

subsp. vincentii subsp. nov., nom. rev., comb. nov. Int. J. Syst. Bacteriol. 40:74-
78.

Dzink, JL, Socransky, SS, Haffajee, AD. 1988. The predominant cultivable microbiota

of active and inactive lesions of destructive periodontal diseases. J. Clin.
Periodontol. 15:316-323.

Dzink, JL, Tanner, AC, Haffajee, AD, Socransky, SS. 1985. Gram negative species
associated with active destructive periodontal lesions. J. Clin. Periodontol.
12:648-659.

Feuille, F, Kesavalu, L, Steffen, MJ, Holt, SC, Ebersole, JL. 1994. Synergistic tissue
destruction induced by P. gingivalis and F. nucleatum. J. Dent. Res. 73:159.

Finlay, WJJ, Shaw, I, Reilly, J, Kane, M. 2006. Generation of high-affinity chicken
single-chain Fv antibody fragments for measurement of the Pseudonitzschia
pungens toxin domoic acid. Appl. Environ. Microbiol. 72:3343-3349.

Galeffi, P, Lombardi, A, Pietraforte, I, Novelli, F, Di Donato, M, Sperandei, M,
Tornamb, A, Fraioli, R, Martayan, A, Natali, P, Benevolo, M, Mottolese, M,
Ylera, F, Cantale, C, Giacomini, P. 2006. Functional expression of a single-
chain antibody to ErbB-2 in plants and cell-free systems. J Transl Med. 4:39-39.

Gharbia, SE, Shah, HN. 1990. Heterogeneity within Fusobacterium nucleatum,
proposal of four subspecies. Appl. Microbiol. 10:105-108.

Gibbons, RJ, Hay, DI, Cisar, JO, Clark, WB. 1988. Adsorbed salivary proline-rich
protein 1 and statherin: receptors for type 1 fimbriae of Actinomyces viscosus
T14V-J1 on apatitic surfaces. Infect. Immun. 56:2990-2993.

Gibbons, RJ, Hay, DI, Schlesinger, DH. 1991. Delineation of a segment of adsorbed

salivary acidic proline-rich proteins which promotes adhesion of Streptococcus
gordonii to apatitic surfaces. Infect. Immun. 59:2948-2954.

94



Griffiths, AD, Williams, SC, Hartley, O, Tomlinson, IM, Waterhouse, P, Crosby,
WL, Kontermann, RE, Jones, PT, Low, NM, Allison, TJ. 1994. Isolation of
high affinity human antibodies directly from large synthetic repertoires. EMBO J.
13:3245-3260.

Guggenheim, B. 1974. The role of microbial dental plaque in the etiology of dental
caries and periodontal diseases. Pathol. Microbiol. 40:207-226.

Haake, SK, Yoder, SC, Attarian, G, Podkaminer, K. 2000. Native plasmids of
Fusobacterium nucleatum: characterization and use in development of genetic
systems. J. Bacteriol. 182:1176-1180.

Haake, S, Yoder, S, Gerardo, S. 2006. Efficient gene transfer and targeted mutagenesis
in Fusobacterium nucleatum. Plasmid. 55:27-38.

Health Canada. 2010. Report on the findings of the oral health component of the
Canadian Health Measures Survey, 2007-2009.

Hernandez, P, Mller, M, Appel, R. 2006. Automated protein identification by tandem
mass spectrometry: issues and strategies. Mass Spectrom. Rev. 25:235-254.

Hofstad, T. 1981. The genus Fusobacterium, p. 1464-1467. In M. P. Starr, H. Stolp, H.
G. Truper, A. Balows, and H. G. Schlegel (eds.), The prokaryotes: A handbook on
habitats, isolation, and identification of bacteria. Springer Verlag, New York, NY.

Hogrefe, HH, Mullinax, RL, Lovejoy, AE, Hay, BN, Sorge, JA. 1993. A
bacteriophage lambda vector for the cloning and expression of immunoglobulin
Fab fragments on the surface of filamentous phage. Gene. 128:119-126.

Holt, JG (ed.), 1994. Bergey's Manual of Systematic Bacteriology. Lippincott Williams
& Wilkins, Baltimore, MD.

Hoogenboom, HR, Chames, P. 2000. Natural and designer binding sites made by phage
display technology. Immunol. Today. 21:371-378.

Horton, RM, Hunt, HD, Ho, SN, Pullen, JK, Pease, LR. 1989. Engineering hybrid
genes without the use of restriction enzymes: gene splicing by overlap extension.
Gene. 77:61-68.

Hsu, SD, Cisar, JO, Sandberg, AL, Kilian, M. 1994. Adhesive properties of viridans
streptococcal species. Microb. Ecol. Health Dis. 7:125-137.

Hu, X, O'Dwyer, R, Wall, JG. 2005. Cloning, expression and characterisation of a

single-chain Fv antibody fragment against domoic acid in Escherichia coli. J.
Biotechnol. 120:38-45.

95



Hussein, A, Davis, E, Halperin, S, Lee, S. 2007. Construction and characterization of
single-chain variable fragment antibodies directed against the Bordetella pertussis
surface adhesins filamentous hemagglutinin and pertactin. Infect. Immun.
75:5476-5482.

Huston, JS, George, AJ, Adams, GP, Stafford, WF, Jamar, F, Tai, MS, McCartney,
JE, Oppermann, H, Heelan, BT, Peters, AM, Houston, LL, Bookman, MA,
Wolf, EJ, Weiner, LM. 1996. Single-chain Fv radioimmunotargeting. Q J Nucl
Med. 40:320-333.

Huston, JS, Levinson, D, Mudgett Hunter, M, Tai, MS, Novotn, J, Margolies, MN,
Ridge, RJ, Bruccoleri, RE, Haber, E, Crea, R. 1988. Protein engineering of
antibody binding sites: recovery of specific activity in an anti-digoxin single-
chain Fv analogue produced in Escherichia coli. Proc. Natl. Acad. Sci. U. S. A.
85:5879-5883.

Janeway, CJ, Travers, P, Walport, M, Shlomchik, M. 2001. Immunobiology: The
Immune System in Health and Disease. 5th edition. Garland Science, New York,
NY.

Jensen, HB, Skeidsvoll, J, Fjellbirkeland, A, Hgh, B, Puntervoll, P, Kleivdal, H,
Tommassen, J. 1996. Cloning of the fomA gene, encoding the major outer
membrane porin of Fusobacterium nucleatum ATCC10953. Microb. Pathog.
21:331-342.

Kang, AS, Barbas, CF, Janda, KD, Benkovic, SJ, Lerner, RA. 1991. Linkage of
recognition and replication functions by assembling combinatorial antibody Fab
libraries along phage surfaces. Proc. Natl. Acad. Sci. U. S. A. 88:4363-4366.

Kaplan, C, Lux, R, Haake, S, Shi, W. 2009. The Fusobacterium nucleatum outer
membrane protein RadD is an arginine-inhibitable adhesin required for inter-
species adherence and the structured architecture of multispecies biofilm. Mol.
Microbiol. 71:35-47.

Kaufman, J, DiRienzo, JM. 1989. Isolation of a corncob (coaggregation) receptor
polypeptide from Fusobacterium nucleatum. Infect. Immun. 57:331-337.

Khler, G, Milstein, C. 1975. Continuous cultures of fused cells secreting antibody of
predefined specificity. Nature. 256:495-497.

Kinder, SA, Holt, SC. 1993. Localization of the Fusobacterium nucleatum T18 adhesin

activity mediating coaggregation with Porphyromonas gingivalis T22. J.
Bacteriol. 175:840-850.

96



Knappik, A, Ge, L, Honegger, A, Pack, P, Fischer, M, Wellnhofer, G, Hoess, A,
Wille, J, Plckthun, A, Virneks, B. 2000. Fully synthetic human combinatorial
antibody libraries (HuCAL) based on modular consensus frameworks and CDRs
randomized with trinucleotides. J. Mol. Biol. 296:57-86.

Knight, J, Halperin, S, West, K, Lee, S. 2008. Expression of a functional single-chain
variable-fragment antibody against complement receptor 1 in Streptococcus
gordonii. Clin Vac Immun. 15:925-931.

Kolenbrander, PE, London, J. 1992. Ecological significance of coaggregation among
oral bacteria. Adv. Microb. Ecol. 12:183-217.

Kolenbrander, PE. 1989. Surface recognition among oral bacteria: multigeneric
coaggregations and their mediators. Crit. Rev. Microbiol. 17:137-159.

Kolenbrander, PE. 2000. Oral microbial communities: biofilms, interactions, and
genetic systems. Annu. Rev. Microbiol. 54:413-437.

Kolenbrander, PE, Andersen, RN, Moore, LV. 1989. Coaggregation of Fusobacterium
nucleatum, Selenomonas flueggei, Selenomonas infelix, Selenomonas noxia, and

Selenomonas sputigena with strains from 11 genera of oral bacteria. Infect.
Immun. 57:3194.

Kolenbrander, PE, Andersen, RN, Moore, LV. 1990. Intrageneric coaggregation
among strains of human oral bacteria: potential role in primary colonization of the
tooth surface. Appl. Environ. Microbiol. 56:3890-3894.

Kolenbrander, PE, Ganeshkumar, N, Cassels, FJ, Hughes, CV. 1993. Coaggregation:
specific adherence among human oral plaque bacteria. FASEB. 7:406-413.

Kolenbrander, PE, London, J. 1993. Adhere today, here tomorrow: oral bacterial
adherence. J. Bacteriol. 175:3247-3252.

Kolenbrander, PE, Parrish, KD, Andersen, RN, Greenberg, EP. 1995. Intergeneric
coaggregation of oral Treponema spp. with Fusobacterium spp. and intrageneric
coaggregation among Fusobacterium spp. Infect. Immun. 63:4584-4588.

Kolenbrander, P, Andersen, R, Blehert, D, Egland, P, Foster, J, Palmer, R. 2002.
Communication among oral bacteria. Microbiol Mol Biol R. 66:486.

Kolenbrander, P, Palmer, R, Rickard, A, Jakubovics, N, Chalmers, N, Diaz, P. 2006.
Bacterial interactions and successions during plaque development. Periodontol.
2000. 42:47-79.

Laemmli, UK. 1970. Cleavage of structural proteins during the assembly of the head of
bacteriophage T4. Nature. 227:680.

97



Lamarre, A, Yu, MW, Chagnon, F, Talbot, PJ. 1997. A recombinant single chain
antibody neutralizes coronavirus infectivity but only slightly delays lethal
infection of mice. Eur. J. Immunol. 27:3447-3455.

Lee, S, Andrian, E, Rowland, E, Marquez, I. 2009. Immune response and alveolar
bone resorption in a mouse model of Treponema denticola infection. Infect.
Immun. 77:694.

Lim, T, Mollova, S, Rubelt, F, Sievert, V, Dbel, S, Lehrach, H, Konthur, Z. 2010. V-
gene amplification revisited - An optimised procedure for amplification of
rearranged human antibody genes of different isotypes. N Biotechnol. 27:108-
117.

Liu, Y, Cheung, L, Marks, J, Rosenblum, M. 2004. Recombinant single-chain
antibody fusion construct targeting human melanoma cells and containing tumor
necrosis factor. Int. J. Cancer. 108:549-557.

Lui, AC, McBride, BC, Vovis, GF, Smith, M. 1979. Site specific endonuclease from
Fusobacterium nucleatum. Nucleic Acids Res. 6:1-15.

Luque Garcia, J, Zhou, G, Spellman, D, Sun, T, Neubert, T. 2008. Analysis of
electroblotted proteins by mass spectrometry: protein identification after Western
blotting. Mol. Cell. Proteomics. 7:308-314.

Mabry, R, Rani, M, Geiger, R, Hubbard, G, Carrion, R, Brasky, K, Patterson, J,
Georgiou, G, Iverson, BL. 2005. Passive protection against anthrax by using a
high-affinity antitoxin antibody fragment lacking an Fc region. Infect. Immun.
73:8362-8368.

Marasco, WA, Dana Jones S. 1998. Antibodies for targeted gene therapy: extracellular
gene targeting and intracellular expression. Adv. Drug Deliv. Rev. 31:153-170.

Marks, JD, Hoogenboom, HR, Bonnert, TP, McCafferty, J, Griffiths, AD, Winter,
G. 1991. By-passing immunization. Human antibodies from V-gene libraries
displayed on phage. J. Mol. Biol. 222:581-597.

Matthews, R, Hodgetts, S, Burnie, J. 1995. Preliminary assessment of a human
recombinant antibody fragment to hsp90 in murine invasive candidiasis. J. Infect.

Dis. 171:1668-1671.

McCafferty, J, Griffiths, AD, Winter, G, Chiswell, DJ. 1990. Phage antibodies:
filamentous phage displaying antibody variable domains. Nature. 348:552-554.

98



McWhirter, J, Kretz Rommel, A, Saven, A, Maruyama, T, Potter, K, Mockridge,
CI, Ravey, EP, Qin, F, Bowdish, K. 2006. Antibodies selected from
combinatorial libraries block a tumor antigen that plays a key role in
immunomodulation. Proc. Natl. Acad. Sci. U. S. A. 103:1041-1046.

Moore, WE, Holdeman, LV, Smibert, RM, Cato, EP, Burmeister, JA, Palcanis, KG,
Ranney, RR. 1984. Bacteriology of experimental gingivitis in children. Infect.
Immun. 46:1-6.

Moore, WE, Holdeman, LV, Smibert, RM, Good, 1J, Burmeister, JA, Palcanis, KG,
Ranney, RR. 1982. Bacteriology of experimental gingivitis in young adult
humans. Infect. Immun. 38:651-667.

Moore, WE, Moore, LV. 1994. The bacteria of periodontal diseases. Periodontol. 2000.
5:66-77.

Murray, PA, Kern, DG, Winkler, JR. 1988. Identification of a galactose-binding lectin
on Fusobacterium nucleatum FN-2. Infect. Immun. 56:1314-1319.

Newbrun, E. 1979. Dental plaque ecology related to caries and periodontal diseases.
Aust. Dent. J. 24:231-234.

Nyvad, B, Kilian, M. 1987. Microbiology of the early colonization of human enamel and
root surfaces in vivo. Scand. J. Dent. Res. 95:369-380.

Papapanou, PN, Selln, A, Wennstrm, JL, Dahln, G. 1993. An analysis of the
subgingival microflora in randomly selected subjects. Oral Microbiol. Immunol.
8:24-29.

Reddy, CA, Beveridge, TJ, Breznak, JA, Marzluf, G, Schmidt, TM, Snyder, LR
(eds.), 2007. Methods for General and Molecular Microbiology, 3rd Edition.
ASM Press, Washington, D.C.

Ritz, HL. 1967. Microbial population shifts in developing human dental plaque. Arch.
Oral Biol. 12:1561-1568.

Robrish, SA, Oliver, C, Thompson, J. 1987. Amino acid-dependent transport of sugars
by Fusobacterium nucleatum ATCC 10953. J. Bacteriol. 169:3891-3897.

Rosen, G, Genzler, T, Sela, M. 2008. Coaggregation of Treponema denticola with
Porphyromonas gingivalis and Fusobacterium nucleatum is mediated by the
major outer sheath protein of Treponema denticola. FEMS Microbiol. Lett.
289:59-66.

99



Rosen, G, Nisimov, I, Helcer, M, Sela, M. 2003. Actinobacillus actinomycetemcomitans
serotype b lipopolysaccharide mediates coaggregation with Fusobacterium
nucleatum. Infect. Immun. 71:3652-3656.

Roth, RI. 2001. Magic bullets finally find their mark. J. Am. Pharm. Assoc. 41:383-391.

Rupani, D, Izano, EA, Schreiner, HC, Fine, DH, Kaplan, JB. 2008. Aggregatibacter
actinomycetemcomitans serotype f O-polysaccharide mediates coaggregation with
Fusobacterium nucleatum. Oral Microbiol. Immunol. 23:127-130.

Scannapieco, FA. 1994. Saliva-bacterium interactions in oral microbial ecology. Crit
Rev Oral Biol M. 5:203-248.

Scannapieco, FA, Bergey, EJ, Reddy, MS, Levine, MJ. 1989. Characterization of
salivary alpha-amylase binding to Streptococcus sanguis. Infect. Immun.
57:2853-2863.

Scannapieco, FA, Torres, GI, Levine, MJ. 1995. Salivary amylase promotes adhesion
of oral streptococci to hydroxyapatite. J. Dent. Res. 74:1360-1366.

Sela, MN, Bolotin, A, Naor, R, Weinberg, A, Rosen, G. 1997. Lipoproteins of
Treponema denticola: their effect on human polymorphonuclear neutrophils. J.
Periodont. Res. 32:455.

Shadidi, M, Sioud, M. 2001. An anti-leukemic single chain Fv antibody selected from a
synthetic human phage antibody library. Biochem. Biophys. Res. Commun.

280:548-552. doi: 10.1006/bbrc.2000.4158.

Shaniztki, B, Ganeshkumar, N, Weiss, EI. 1998. Characterization of a novel N-
acetylneuraminic acid-specific Fusobacterium nucleatum PK1594 adhesin. Oral
Microbiol. Immunol. 13:47-50.

Shaniztki, B, Hurwitz, D, Smorodinsky, N, Ganeshkumar, N, Weiss, EI. 1997.
Identification of a Fusobacterium nucleatum PK1594 galactose-binding adhesin
which mediates coaggregation with periopathogenic bacteria and
hemagglutination. Infect. Immun. 65:5231-5237.

Sheikholvaezin, A, Sandstrm, P, Eriksson, D, Norgren, N, Riklund, K, Stigbrand, T.
2006. Optimizing the generation of recombinant single-chain antibodies against
placental alkaline phosphatase. Hybridoma. 25:181-192.

Smith, GP. 1985. Filamentous fusion phage: novel expression vectors that display cloned
antigens on the virion surface. Science. 228:1315-1317.

Smith, KA, Nelson, PN, Warren, P, Astley, SJ, Murray, PG, Greenman, J. 2004.
Demystified...recombinant antibodies. J. Clin. Pathol. 5§7:912-917.

100



Socransky, SS, Haffajee, AD, Dzink, JL. 1988. Relationship of subgingival microbial
complexes to clinical features at the sampled sites. J. Clin. Periodontol. 15:440-
V.V

Tanner, A, Bouldin, H. 1989. The microbiota of early periodontitis lesions in adults. J.
Clin. Periodontol. 16:467-471.

Tateishi, F, Hasegawa Nakamura, K, Nakamura, T, Oogai, Y, Komatsuzawa, H,
Kawamata, K, Douchi, T, Hatae, M, Noguchi, K. 2012. Detection of
Fusobacterium nucleatum in chorionic tissues of high-risk pregnant women. J.
Clin. Periodontol. 39:417-424.

Towbin, H, Staehelin, T, Gordon, J. 1979. Electrophoretic transfer of proteins from
polyacrylamide gels to nitrocellulose sheets: procedure and some applications.
Proc. Natl. Acad. Sci. U. S. A. 76:4350.

Weiger, R, Netuschil, L, von Ohle, C, Schlagenhauf, U, Brecx, M. 1995. Microbial
generation time during the early phases of supragingival dental plaque formation.
Oral Microbiol. Immunol. 10:93-97.

Whittaker, CJ, Klier, CM, Kolenbrander, PE. 1996. Mechanisms of adhesion by oral
bacteria. Annu. Rev. Microbiol. 50:513-552.

Zhang, J, Gou, J, Zhang, Z, Jing, Y, Zhang, L, Guo, R, Yan, P, Cheng, N, Niu, B,

Xie, J. 2006. Screening and evaluation of human single-chain fragment variable
antibody against hepatitis B virus surface antigen. HBPD INT. 5:237-241.

101



