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“Qur virtues and our failings are inseparable,
Like force and matter.
When they are separate,
Man is no more.”

NikolaTeda, 1856 - 1943.
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Abstract

Although considered Gram-negative the outer membrane (OM) of Borrelia is unique,
consisting of a variety of glycolipids, a significant number of surface exposed lipoproteins
and a smaller number of integral membrane-spanning B-barrels. Many of these proteins are
known to act as adhesins and invasins binding to regulators of the host immune response and
extracellular matrix proteins. Many Gram-negative bacteria have the evolutionary conserved
OmpA-like transmembrane domain consisting of an eight-stranded membrane spanning 3-
barrel. The prototypical example is E. coli OmpA; a multifunctional protein involved in a
wide variety of physiological and pathologica functions. To date the OmpA-like
transmembrane domain has not been identified in the Spirochaete phylum. An approach
based on hidden Markov models and topology and fold prediction identified a group of
homologous genes in the genus Borrelia (BAPKO_0026, BAPKO 0422, BAPKO_0423 and
BAPKO 0571), which are predicted to form an eight stranded OM-spanning [-barrel
structure with similar structure to E. coli OmpA/W. One of these orthologues in B. afzelii
(BAPKO_0422) has been expressed, purified and characterised in vitro; circular dichroism
studies show a large percentage of B-strand. A low resolution molecular envelope generated

from small-angle X-ray scattering data is consistent with an eight-stranded p-barrel.
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SEC-MALLS Size Exclusion Chromatography-Multi Angle Laser Light Scattering
S.sS Sensu stricto
sl. Sensu lato
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Chapter 1. Introduction
1.1 Lymedisease
111 History

Lyme disease, also known as Lyme borreliosis (Franz and Krause, 2003) is a tick-borne
zoonosis that affects multiple systems in mammalian hosts; the etiological agent being three
species of the Borrelia genus: B. afzdlii, B. burgdorferi s.s. and B. garinii (Burgdorfer et al.,
1982, Franz and Krause, 2003, Kurtenbach et al., 2006, Rupprecht et al., 2008). The initia
symptom, an erythema migrans rash was first described in Europe in 1910 and was identified
to be caused by an organism transmitted by ticks, while the common later stage symptoms of
Lyme disease were first characterised in Europe in 1883. Later in 1922 symptoms related to
the CNS were recorded, again in Europe (Athreya and Rose, 1996) (Franz and Krause, 2003).
The recent history of Lyme disease began with an outbreak in the early 1970’s in the USA
(Steere et al., 1977, Steere et al., 2004). The transmission vector was identified as species of
the Ixodes tick around the same time (Steere et al., 1978, Alitalo, 2004) although it was not
until 1982 however that the responsible Spirochaete B. burgdorferi s.s. was first isolated,
identified and confirmed as the cause of Lyme disease (Burgdorfer et al., 1982, Hayes et al .,
1983, Johnson et al., 1984, Burgdorfer et al., 1986).

Lyme disease is the most prevalent tick-borne disease in humans in the Northern Hemisphere
with 100-130 reported cases per 100,000 people in the UK and 20-100 reported cases per
100,000 people in the US (Rupprecht et al., 2008). The disease was named after the town of
Old Lyme, Connecticut, U.S.A. where seemingly epidemic outbreaks of juvenile rheumatoid
arthritis had been occurring annually in the summer and autumn since at least 1972 (Steere et
al., 1977). The results of a thorough clinical investigation into the outbreak revealed that a
number of patients had a bulls-eye-like rash known as an erythema migrans (EM) and had
been bitten by a tick prior to the onset of arthritis (Steere et al., 1978). As the disease
progressed, more severe symptoms presented such as the aforementioned arthritis, skin
conditions, and neurological and cardiac symptoms (Steere et al., 1977, Steere et al., 1978,
Burgdorfer et al., 1982, Franz and Krause, 2003). It was from this and several other studies
that the agent responsible for the outbreak was identified as a Spirochaete of the genus
Borrelia and named after Dr Willy Burgdorfer, one of the discoverers (Steere et al., 1977,
Steere et al., 1978, Burgdorfer et al., 1982, Johnson et al., 1984). Species of Borrelia have
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also been found in the midgut of mosqguitoes, Culex Pipiens and Aedes vexans (Krupka et al.,
2007).

112 Symptoms

Lyme disease caused by mammalian infection with species of Borrelia produces a wide
variety of symptoms that differ depending on the species and strain of bacteria causing the
infection (Rosa et al., 2005, Hildenbrand et al., 2009). The symptoms exacerbate over time
affecting multiple tissues and systems in the hos’ts body, notably joints, the CNS and
myocardium (Comstock et al., 1993, Kurtenbach et al., 2006, Rupprecht et al., 2008). Lyme
disease has three stages of infection: initial, acute and persistent (or chronic) (Rosa et al.,
2005).

During the initial infection phase of Borrelial infection of a human host the first symptom to
be presented is an erythema migrans (EM), a characteristic round/elliptical bulls-eye like rash
that occurs at the site of first infection/the site of the tick bite (Figure 1.1) (Rosa et al., 2005).
This occurs in 60 to 80 % of confirmed infected patients (Alitalo, 2004, Auwaerter, 2007,
Krupka et al., 2007, Rupprecht et al., 2008, Fallon et al., 2010) and can last up to twelve
weeks (Franz and Krause, 2003). Thisinitial localised symptom is common to the three maor
Lyme disease causing species of Borrelia with the exception that an EM from B. burgdorferi
s.s. has been known to clear in the middle, leaving a ring shaped rash (Franz and Krause,
2003). Other initial symptoms are flu-like in nature, ranging from fever and chills to
headaches, lasting up to severa weeks (Hyde and Johnson, 1984, Athreya and Rose, 1996,
Hildenbrand et al., 2009), although these are most common in the USA (Steere et al., 2004).
Half of the patients infected with B. burgdorferi s.s. develop multiple secondary EMs similar
to theinitial rash but smaller (Franz and Krause, 2003).

Figure 1.1. Erythema Migrans. An image of an erythema migrans with a clear region in the centre. File licensed under the

Creative Commons Attribution-Share Alike 2.5 Generic license.
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If left untreated, symptoms of the second (acute) stage of infection begin to manifest severa
weeks to months after first infection once the Spirochaete has disseminated to tissues
throughout the body (Steere et al., 2004, Hildenbrand et al., 2009). Broadly, symptoms
include inflammation in: joints (arthritis), muscles including the heart (carditis), both the
central and peripheral nervous systems, and Bell’s palsy, musculoskeletal pain and acute
lymphocytic meningitis (Athreya and Rose, 1996, Steere et al., 2004, Falon et al., 2010).
Unlike the initial stage of infection, the symptoms presented during the second stage of
infection show greater differentiation between the Borrelial species (Franz and Krause,
2003), with arthritic symptoms most common in the USA (B. burgdorferi s.s) and
neurologica symptoms more prevalent in Europe (B. afzelii & B. garinii) (Rosaet al., 2005).

Lyme arthritisis the most common symptom of the second and third stages of infection in the
USA with approximately 60 % of patients developing symptoms (Steere et al., 2004)
compared to a much smaller proportion of patients in Europe (Franz and Krause, 2003). In
contrast, Lyme carditis has only been reported in a minority of cases of Lyme disease, typica
symptoms include atria fibrillations and tachycardia (Franz and Krause, 2003).

Neurological symptoms (known as neuroborreliosis) that occur in the second stage of Lyme
disease are most commonly caused by the European strains of Borrelia: B. afzelii and B.
garinii (Franz and Krause, 2003). Symptoms include Bannwarth’s syndrome (radiculo
neuropathy with meningitis), cranial neuropathy, Bell’s palsy, encephalitis and inflammation
in the CNS (Kalish et al., 1993, Franz and Krause, 2003, Livengood and Jr, 2006, Fallon et
al., 2010).

Stage three of infection (chronic or persistent infection) presents the most severe symptoms,
often second stage symptoms become chronic and much more serious. Chronic Lyme arthritis
can occur in joints, lasting up to a year or longer. Synovia lesions that are similar to other
forms of chronic inflammatory arthritis including rheumatoid arthritis have been found to be
present in patients (Kalish et al., 1993).

The skin condition acrodermatitis chronic atrophans has been found in patients years after
they were infected with B. afzelii (Steere et al., 2004, Krupka et al., 2007). Neuroborreliosis
can progress to a chronic illness, the symptoms of which include dementia, mental disorders,

cranial neuropathy, synovial lesions, cognitive abnormalities and chronic encephalitis and
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encephalomyelitis, leading to hemiparesis (Kalish et al., 1993, Franz and Krause, 2003,
Falon et al., 2010). Lyme encephal opathy, a syndrome that causes spinal radicular pain and
cognitive disturbances has been described to occur in rare instances (Steere et al., 2004). It
has been shown that a small number of patients may develop post-Lyme disease syndrome
(or chronic fatigue borreliosis); an ailment similar in nature to chronic fatigue syndrome or
fibromyal gia and includes symptoms such as severe musculoskeletal pain and fatigue (Steere

et al., 2004). A summary of symptomsisincluded in Table 1.1.
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Figure 1.2 shows confirmed cases of Lyme disease in England and Wales over atwelve year
spell in the 1980’s and 1990’s. The majority of confirmed cases is in a forested are in the
South, thisis due to the Ixodes tick’s preferred habitat being forested areas (section 1.3), the
dightly warmer climate in the South and the abundance of wildlife in forests providing a

natural host reservoir.
y ' -~ L-—-.'.'_h.‘_‘J

'y

Figure 1.2. Lyme disease in England. Highlighted on the map is the Hampshire/New Forest area, the region with the most
reported cases of indigenously acquired Lyme disease in England and Wales from 1986 to 1998. Data acquired from (Smith
et al., 2000).
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113 Diagnosis, treatment & vaccines

Diagnosis of Lyme disease is a challenging proposition due to (with the exception of EM) the
similarity of the initia symptoms to other diseases; in particular chronic fatigue syndrome, of
which Lyme disease can be a cause (Kaiser et al., 1997). Lyme disease is sometimes
indistinguishable from other diseases such as Bannwarth’s syndrome, hence Lyme disease
has been referred to as the new ‘great imitator’ (Pachner, 2006). The diagnosis is made more
clear by the presence of a visible EM and accompanying symptoms, however the diagnosis
can be highly subjective (Aronowitz, 2012). In order to diagnose Lyme disease in the absence
of avisible EM, the patient needs to produce a positive antibody response on a whole-cell B.
burgdorferi lysate ELISA and Western Blot, be recognised as having symptoms characteristic
of Lyme disease (Steere et al., 2004) and show an increased white blood cell count (~ 100
white blood cells per cubic millimetre) in the cerebrospina fluid (pleocytosis) (Alexander
and Cox, 1995, Mygland et al., 2010). An enzyme-linked immunosorbent assay has been
developed to recognise several Borrelial proteins including: DbpA, BBK32 and OspC
(sections 1.2.4.4 & 1.2.4.5), providing an overall sensitivity of 80 % and a specificity of 100
% (Skogman et al., 2008).

If the infection is diagnosed in the early stage of infection or dissemination (less than 6
months), the recommended EFNS treatment is an ora course of doxycycline or an
intravenous (IV) course of ceftriaxone in adults and amoxicillin in children (Steere et al.,
2004, Mygland et al., 2010) over a period of two to four weeks (Rosa et al., 2005), although
if administered within 72 hours a single dose of doxycycline reduces the risk of Lyme disease
by around 87 % (Nigrovic and Thompson, 2007). Chronic Lyme disease has been shown to
require multiple, long term courses of antibiotics (Aronowitz, 2012), although even this may
not be effective due to the Spirochagetes ability to invade the CNS (Livengood and Jr, 2006).
Early CNS Lyme disease should be treated with a course of IV ceftriaxone (Mygland et al.,
2010). If symptoms persist for over six months, the disease is classified as post-Lyme disease

syndrome; on which antibiotics have no effect (Mygland et al., 2010).

Vaccines for Lyme disease have not successfully been produced due to the high variance in
expression of antigenic Borrelial surface lipoproteins throughout infection (Krupka et al.,
2011). Two anti-OspA (see section 1.4.2.4) vaccines for B. burgdorferi s.s were developed in
the early 1990’s (Burkot et al., 1994, Li et al., 1997, Steere et al., 1998) with the intention of
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preventing Spirochaete transmission from arthropods to humans (Aronowitz, 2012). Both
were found to be effective in animals and were deemed safe for humans and although one of
these did not make it past phase 111 testing, the other was approved for general use (Steere et
al., 1998, Nigrovic and Thompson, 2007, Aronowitz, 2012). Mice immunised with
recombinant B. burgdorferi s.s. OspA were protected against infection by the Spirochaete
(Burkot et al., 1994, Li et al., 1997); additionally, monoclonal antibodies for the C-terminal
end of the protein were also shown to protect the mouse from Borrelial invasion, which
suggested that OspA binding was important for survival in mammalian invasion (Huang et
al., 1998) although it has been shown that thisis not the case (Comstock et al., 1993, Schwan
and Piesman, 2000, Yang et al., 2004, Pal et al., 2004a). This vaccine did not make it to
production.

The commercially available OspA vaccine was developed in 1998 (Steere et al., 1998) and
comprised full-length recombinant OspA with the lipid-chain added post-translation and an
aluminium adjuvant added. The vaccine was administered in three 30 pug doses (initial, one
month and twelve months); one month after the second dose 95 % of patients tested positive
for an OspA antibody. One month after the third and final injection (13 months after the
study began) 99 % of study participants tested positive for the OspA antibody. The study
found that the three injections of OspA vaccine had an efficacy of approximately 76 %
against B. burgdorferi s.s. (Steere et al., 1998, Nigrovic and Thompson, 2007).

The vaccine had to be withdrawn three years later due to a decrease in sales following
controversy over side effects (Krupka et al., 2011); these included muscul oskeletal pains and
arthritis, thought to be due to a cross-reactive autoimmune response to OspA (Nigrovic and
Thompson, 2007). A study in 2005 identified three cross-reactive neuronal human epitopes
that shared identical amino-acid sequences with BbOspA; antibodies generated against these
OspA homologous peptides reacted with human neurones in the brain spina cord and dorsal
root ganglia (Alaedini and Latov, 2005). As the perception of risks associated with the
vaccine was high, the demand for the vaccine decreased (Nigrovic and Thompson, 2007). In
addition, Borrelia downregulate OspA before entering the mammalian host, hence removing
the antigenic surface that the antibodies stimulated by the vaccine would recognise (Cassatt et
al., 1998, P4 et al., 2000, Schwan and Piesman, 2000, Yang et al., 2004).
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114 Relapsing fever

Relapsing fever (RF) isatick and louse-borne zoonosis, caused by B. hermsii, B. duttonii and
B. recurrentis. The two former species are spread by ticks of the genus Ornithodoros, while
the latter is louse-borne and spread by P. humanus (Ras et al., 1996), although there is
phylogenetic evidence to suggest that B. duttonii and B. recurrentis are the same species
(Cutler et al., 1997). RF is characterised by recurring bouts of high bacteraemia, each caused
by distinct populations of Spirochaete generated by the rearrangement of the genes for outer
surface virulence proteins (Vuyyuru et al., 2011). RF has been shown to recur at least 10
times without treatment (Bryceson et al., 1970) and has an incubation period of 4 to 18 days,
characteristic symptoms include headache, myalgia, chills, vomiting and abdominal pains
(Schwan et al., 2003). Secondary symptoms of RF include abdominal pains, tachycardia and
tachypnoea (a high respiratory rate).

1.2 ThegenusBorrelia

The genus Borrelia, named after the French bacteriologist Amédée Borrel was first identified
in 1834 by Ehrenberg under the name Spirillum giganteum. The name was changed to
Borrelia in 1907, and was conferred by the Dutch bacteriologist Nicholas Swellengrebel
(Wright, 2009). Species of Borrelia are the etiological agents of two major diseases in
humans: the zoonosis Lyme disease (a'so known as Lyme borreliosis) and Relapsing Fever
(also known as Relapsing fever borreliosis) (Cutler, 2009). Borrelia burgdorferi was named
for the scientist Willy Burgdorfer, who, along with Allen Steere recognised that Borrelia was
the causative agent of Lyme disease (Steere et al., 1978, Burgdorfer et al., 1982, Burgdorfer
et al., 1986, Burgdorfer, 1984). There are upwards of thirty known species of Borrelia
detailed in various publications (Figure 1.3); and new species such as B. americana sp. nov.,
B. kurtenbachii sp. nov. and B. carolinensis sp. nov. have been identified in recent years
(Rudenko et al., 2010, Rudenko et al., 2011, Margos et al., 2011). B. afzelii, B. burgdorferi
s.s and B. garinii, collectively known along with fifteen other species as B. burgdorferi s.l.
(Rizzoli et al., 2011), are the main species responsible for Lyme Disease in humans, while B.
duttonii, B. recurrentis and B. hermsii are the main species known to cause Relapsing Fever
(Schwan et al., 2003, Barcena-Uribarri et al., 2010), athough there is evidence that B.
recurrentis is actually a strain of B. duttonii with a genome that appears to be decaying and
losing proteins (Lescot et al., 2008). Borrelia species responsible for causing Lyme Disease

are transmitted to mammalian hosts during tick feeding, primarily by ticks of the Ixodes
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genus: I. ricinus, |. pacificus and |I. dammini (Burgdorfer et al., 1982, Burgdorfer et al.,
1986). Relapsing fever Spirochaetes have been shown to be transmitted by hard ticks of the
genera Dermacentor, Amblyomma and Ornithodoros (Athreya and Rose, 1996), the most
common of which appear to be B. hermsii and B. parkeri transmitted by the tick species O.
hermsi and O. parkeri respectively (Schwan et al., 2003). Other species of Borrelia known to
cause Relapsing Fever include: B. turicatae, B. anserine, B. coriaceae, B. persica, B.
hispanica and B. crocidurae (Ras et al., 1996). It isimportant to note however, not al strains

of Borrelia are infectious in humans.

The phylum Spirochaetes consists of only one class and this class of one order.
Differentiation of the Spirochaetes begins when the order is divided into three families -
Spirochaetaceae, Brachyspiraceae and Leptospiraceae (Rosa et al., 2005). Borrelia are
classified as part of the Spirochaetaceae family along with Treponema pallidum, the
causative agent of syphilis and yaws (Fraser et al., 1998, Paster and Dewhirst, 2000) Other
disease causing bacteria are present in the other two families, Leptospiraceae contains
Leptospira, which is responsible for leptospirosis, while Brachyspiraceae encompasses B.
aalborgi and B. pilosicoli which causes intestinal spirochaetosis. (Peruzzi et al., 2007)
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Figure 1.3. 16s rRNA Phylogenetic tree of Spirochaetes. Phylogenetic tree adapted from (Paster and Dewhirst, 2000). B.
burgdorferi s.s. are closely related to Cristispira, a Spirochaete found in the digestive tract of oysters (Paster and Dewhirst,
2000, Madigan and Martinko, 2006) and Treponema and Spirochaeta. Brachyspira and Leptospira are further removed from
Borrelia.

Borrelia are microaerophilic obligate parasites, requiring an environment with lower than
atmospheric oxygen levels and are therefore unable to survive outside a host (Fraser et al.,
1997, Paster and Dewhirst, 2000, Neelakanta et al., 2007). In addition, Borrelia have a
minimal genome (Moran, 2002) and lack a respiratory electron transport chain, thus relying
on substrate level phosphorylation mechanisms. Borrelia are therefore dependent on either
the mammalian or arthropod host for their survival, nutritional requirements and transmission
(Fraser et al., 1997, Steere, 2001). The Spirochaetes have evolved and adapted complex
mechanisms for long term survival in each host environment (Purser et al., 2003). Natural

transmission of Borrelia usually involves warm blooded mammals, birds and rodents as
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hosts, enabling Borrelia to spread to and infect the non-infected tick, furthering the bacterial
enzootic cycle (Alitalo, 2004).

The three species that will be focused on throughout this research are the maor species
responsible for causing Lyme Disease in humans. B. afzelii, B. burgdorferi s.s. and B. garinii
(Kurtenbach et al., 2006). B. afzelii and B. garinii are most common in Europe and Asia,
although B. burgdorferi s.s. is present (Bunikis et al., 1995, Wang et al., 1999, Rosa et al.,
2005, Cagens et al., 2011) (Figure 1.4). Whilst al three species cause Lyme Disease, the
latter stage symptoms that occur are dependent on the species of the infecting Spirochaete
(section 1.1.1) (Kalish et al., 1993, Pal et al., 2000). The difference in symptoms is
potentially due to the different species of Borrelia evolving in different climates and
environments, using different mammalian species with varying immune systems as host

reservoirs.

J o

Figure 1.4. Geographical distribution of various Borrelia species. The above figure shows the distribution of the major
disease causing species of Borrelia in North America and Europe/Russia. Solid red circles show areas where the presence of
B. burgdorferi s.s. has been confirmed, the green dotted line encircled area shows the region where B. afzelii has been found
and the blue dash encircled area highlights confirmed B. garinii presence. Data adapted from (Kurtenbach et al., 2006), map

licensed under the Creative Commons Attribution-Share Alike 2.5 Generic license.

121 The genetics of Borrelia

Since the first sequencing of a whole B. burgdorferi s.s. genome (strain B31) (Fraser et al.,
1997), the whole-genomes of fourteen strains of B. burgdorferi s.s. (Cagens et al., 2000,
Schutzer et al., 2011), two strains of B. afzdlii (PKo and ACA-1) and two B. garinii strains
(PBr and Far04) have been sequenced (Cagens et al., 2011). B. burgdorferi s.s. (B31) was
the third ever bacterial genome to be sequenced following H. influenza and M. genitalium
(Fleischmann et al., 1995, Fraser et al., 1995).

Borrelial DNA is composed of a linear chromosome, and both closed hairpin and circular

plasmids, a phenomenon which is unique among bacteria (Barbour, 1993, Fraser et al., 1997,
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Krupka et al., 2007, Lescot et al., 2008). The genome of Borrelia is unusualy A-T-rich,
approximately 71 % of the entire genome is composed of either adenine or thymine (Hyde
and Johnson, 1984, Fraser et al., 1997, Howe et al., 2003). As Borrelia are dependent on the
host for survival and nutrients, it has been proposed that an A-T rich genome is aresult of a
trade-off to incorporate ATP and TTP nucleotides rather than the more energeticaly
expensive and less readily available GTP and CTP counterparts, due to the lower energy cost
of producing ATP (Rocha and Danchin, 2002). It is also speculated that G-C content is
related to phylogeny; 5s rRNA analysis suggested A-T/G-C pressure acts on the whole
genome during evolution (Muto and Osawa, 1987), potentialy as a result of the easier
availability of ATP rather than GTP, which results in modification of components of DNA
synthesis biased mutation rate towards A-T or methylation and deamination of DNA bases
results in accumulation of A-T pairs (Muto and Osawa, 1987).

The A-T content of genesis up to 5 % less than that of the overall genomic content, but is
still unusually high (Howe et al., 2003). The genome of B. burgdorferi s.s. is 1.44 Mbp in
length (Madigan and Martinko, 2006), Approximately 93 % of the Borrelial chromosome
codes for essential proteins such as DNA replication, transcription, trandation, solute
transport and energy metabolism, but very few homologues to other eubacterial regulatory

proteins have been identified in the Borrelial genome (Fraser et al., 1997).

Borrelia have the largest number of known extrachromosomal DNA (ecDNA) fragments of
any bacteria. The strain B. burgdorferi B31 has a total of 21 extrachromosomal el ements
ranging in size from 9 to 56 Kbp comprised of - 9 circular and 12 linear plasmids with
covalently closed hairpin telomeres (Cagens et al., 2000, Purser et al., 2003, Rosa et al.,
2005). Only 71 % of the DNA encodes for putative genes, due to the presence of intergenic
regions and a significant number of pseudo-genes in a state of decay with frameshifts and
stop-codons (Fraser et al., 1997). The B. afzelii and B. garinii strains sequenced in 2011
(Cagens et al., 2011) established that the number of plasmids present in those strains varied
from 7 to 17. Only approximately 8 % of the putative genes encoded in ecDNA were shown
to be similar to genes in other bacteria, however none of these similar genes were virulence
factors. This suggests that either the Spirochaete has evolved with different virulence and
pathogenic proteins, has remote homologues, or both (Cagens et al., 2000). Plasmids appear
to be consistent in a variety of Borrelial species and strains, which implies that they are

important for survival, infectivity and propagation (Purser et al., 2003). Sixty three putative
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membrane lipoproteins have been identified as being plasmid-encoded, providing evidence
for the differential expression of proteinsin various hosts (Fraser et al., 1997). A study of B.
burgdorferi s.s. indicates that when cultured in-vitro the bacteria are prone to losing plasmids.
This has been shown to have minimal effect on propagation, but does result in a loss of
infectivity in mice (Ristow et al., 2012) as a significant number of outer membrane proteins
(Steere, 2001), several virulence and infective proteins (PncA, OspA-D, DbpA and DbpB,
VISE) are plasmid-encoded (Comstock et al., 1993, Fraser et al., 1997, Roberts et al., 1998,
Kumaran et al., 2001, Hubner et al., 2001, Purser et al., 2003, Stewart et al., 2005). For
example, the removal of plasmid Ip25 encoding a cytoplasmic nicotinamidase (PncA) was
sufficient to knock out Borrelial infectivity in rats, replacement of the gene via

transformation was sufficient to restore infectivity (Purser et al., 2003).

122 The ultrastructure of Borrelia

Borrelia are tightly coiled and highly motile Spirochaete bacteria (Figure 1.5) (Madigan and
Martinko, 2006). Borrelia were initially assumed to be Gram-negative due to the presence of
both an outer and inner (cytoplasmic) membrane. However as techniques advanced and more
detailed analyses of the genetics, molecular architecture and biochemical workings were
undertaken on Borrelia and other Spirochaetes (including Spirochaeta, Leptospira and
Treponema) a clear difference was seen and a new eubacterial phylum was created (Paster et
al., 1991). Unlike Gram-negative bacteria, Borrelia and Treponema lack lipopolysaccharide
(LPS) on the outer surface of the membrane (Takayama et al., 1987), although Leptospira
and Brachyspira do synthesise LPS (Saier, 2000). From the phylogenetic tree (Figure 1.3) it
is apparent that Borrelia and Treponema are more closely related to each other than
Leptospira and Brachyspira. Another major difference is the OM proteome, Gram-negative
bacteria contain a high number of transmembrane proteins, with few exposed lipoproteins, in
Borrelia the opposite is true (Cox et al., 1996). Borrelia vary in length from 10 — 30 ym in
length and approximately 0.2 to 0.3 ym in diameter (Krupkaet al., 2007).
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Outer Protoplasmic
Flagella Membrane Cylinder

Figure 1.5. Basic diagram of the ultrastructure of a Borrelia Spirochaete Diagram adapted from (Rosa et al., 2005). The
bacterium has both an outer and a cytoplasmic membrane, with multiple endoflagellum present within the periplasmic space

between. All the other cellular components such as DNA are contained in the protoplasmic cylinder.

The motility of Spirochaetes differs from that of bacteria with extracellular flagella; one end
of each endoflagella is attached to the cytoplasmic membrane of the protoplasmic cylinder
towards the terminus of the Spirochagete, extending along the Spirochaete and overlapping
with endoflagella attached at the other terminus (Madigan and Martinko, 2006, Charon et al.,
2009). The endoflagella are anchored at one terminus into the cytoplasmic membrane as
shown below (Figure 1.6 & Figure 1.7). Borrelia contain between 7 and 11 endoflagella per
origin (Hovind-Hougen, 1984, Motaleb et al., 2000). The flagella also play a vital role in the

skeletal structure of Borrelia as flagella deficient Borrelia are rod-shaped, this is unusua as
bacterial shape is normally dictated by the layer of peptidoglycan (Motaleb et al., 2000,
Charon et al., 2009).

Figure 1.6. Basic diagram showing the anchoring points of endoflagella. Highlighted are the discs and hooks (D and H
respectively) present at each terminus of the flagella. Only one end of each endoflagella is anchored in the protoplasmic
cylinder and endoflagella from each terminus of the bacteria overlap in the centre. Diagram based on an SEM image from
(Hovind-Hougen, 1984).
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Figure 1.7. Anchoring of endoflagella in the cytoplasmic membrane of Borrelia The disc and hook that anchor the
endoflagella into the membrane are labelled D and H respectively. Diagram based on (Rosa et al., 2005). Rotation of the
flagella is a result of proton transport-coupled rotation, which causes an element of the disc to spin around a central core
(Berg et al., 2002). The rotation is capable of changing direction rapidly, which is useful for chemotaxis (Berg et al., 2002).

Co-ordinated rotation of the endoflagella in the same direction causes the protoplasmic
cylinder to rotate in the opposite direction while the outer membrane rotates in the same
direction as the endoflagella (Figure 1.8). This places torsion on the cell, conferring motility
through flexing motions; thisis useful in highly viscous environments such as cell cytoplasm
and helps with transition between tissues from initial deposition in the skin. The Spirochaete
can reach speeds of 4 pm/sec’?, fast enough to evade phagocytes (Madigan and Martinko,
2006, Radolf et al., 2012). Some components of bacterial flagella (principally flagellin) are
known to stimulate a pro-inflammatory immune response in hosts (Zgair, 2012). The location
of Borrelial flagellawithin the protoplasmic cylinder means that the antigenic components of

flagella are not normally presented to the immune system.

Outer
membrane
Protoplasmic
cylinder
Endoflagellum

Figure 1.8. Cross section of a Borrélia bacterium. Based on (Madigan and Martinko, 2006), as the endoflagella rotate in
one direction, the protoplasmic cylinder rotates in the opposite direction. Asin a system of cogs, the outer membrane rotates
in the same direction as the endoflagella. The endoflagella are arranged side-by-side as in a ribbon, rather than bundled
together (Charon et al., 2009).
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123 The outer membrane of Borrelia

Expression of proteins in the outer membrane of Borrelia has been shown to vary according
to many different factors, including: the host species the Spirochaete is occupying,
temperature, the location within the host and the stage of infection (Fraser et al., 1997, Pal et
al., 2000, Babb et al., 2001, Pal et al., 2004b). This is vital to the Spirochaete evading the
immune system responses of the hosts and sustaining an infection. Several types of protein of
known function have been shown to be present on the outer membrane of Borrelia at one
time or another (Figure 1.9); the most prominent of which are a variety of lipoproteins
including decorin binding proteins, outer surface proteins, CRASPs and complement binding
proteins, an enolase and porins (described in section 1.2.4.5) (Skare et al., 1997, Cassatt et
al., 1998, Schwan and Piesman, 2000, Babb et al., 2001, Fikrig et al., 2004, Pal et al., 2004b,
Brooks et al., 2006, Béarcena-Uribarri et al., 2010).

Figure 1.9. Schematic representation of known lipoproteins and outer membrane proteins in Borrelial membranes.
Proteins of known structure are shown in the cartoon form, whilst proteins of unknown structure are shown as solid shapes.
The solid rectangles are representative of lipid anchors. Not all proteins in the diagram are upregulated at the same time, for
example OspA and OspC (Schwan and Piesman, 2000). OspB is represented as a protein with a cleft in the middle as only
the structure of the C-terminus has been solved (Becker et al., 2005). There are three more known Osps (D-F) but these are
not as thoroughly characterised as Osps A-C and so are not included.

As mentioned previously (section 1.2.2), unlike Gram-negative bacteria, lipopolysaccharide
(LPS) is not expressed by Borrelia; it has been speculated that this is part of the Spirochaetes
immune system evasion. LPS is readily detectable and highly antigenic (Takayama et al.,
1987, Seemanapalli et al., 2010). Borrelia express the largest number of lipoproteins of any

bacteria, with over 175 known (approximately 10 % of the genome codes for lipoproteins)
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(Fraser et al., 1997, Eicken et al., 2001, Templeton, 2004, Yang et al., 2005) Spirochaetal
lipoproteins are anchored to the outer membrane through lipidation (Seemanapalli et al.,
2010) and are activators of the innate immune response in mammals. These lipoproteins are
differentially expressed depending on the environmental conditions in which the Spirochaete
currently resides (Bunikis et al., 1995).

1231 Lipid raftsin the OM of Borrelia

Recently the outer membrane of Borrelia have been shown to contain free cholesterol,
cholesterol esters and three types of glycolipid (Figure 1.10); 6-O-acylated B-D-
gaactopyranoside (ACGal), cholesteryl-p-D-galacto-pyranoside (BCGal) and mono-a-D-
galactosyldiacylglycerol (MGalD) (Ben-Menachem et al., 2003, Schroder et al., 2003, Stibs
et al., 2009, LaRoccaet al., 2010).
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Figure 1.10. Glycolipids present in the OM of Borrelia. ACGal (Stiibs et al., 2009); MGalD (Ben-Menachem et al.,
2003); BCGa (Dorasamy et al., 2012). Both ACGa and MGalD have a similar length akyl chain with a double bond
present and have antigenic properties (Crowley et al., 2012). BCGal contains a cholesterol group (highlighted by the black
circle).

Thisis unusual in that aside from a small number of prokaryotes; Mycoplasma, Helicobacter,
Ehrlicha, Anaplamsa and Brachyspira, only eukaryotic cells have previously been shown to
contain free cholesterol (LaRocca et al., 2010). Glycolipids and cholesterol make up a
significant volume of the outer membrane of the Borrelia (LaRocca et al., 2010); this varies
between 56.6 and 51.8 % of the total lipids depending upon the species (Stlbs et al., 2009).
Despite containing cholesterol and cholesterol glycolipids, Borrelia lack the ability to
synthesise cholesterol or indeed any long chain fatty acids, both saturated and unsaturated
(Crowley et al., 2012). It has been shown that two-way lipid exchange between the

Spirochaete and host occurs, resulting in acquisition of cholesterol by Borrelia and transfer of
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ACGal and BCGa to the outer membrane of mammalian host cells (Crowley et al., 2012).
Transfer potentially occurs either through direct Borrelial contact with host cells or through
Spirochaetal outer membrane vesicle contact; the presence of Borrelial antigens on host cells
is speculated to contribute to inflammation, arthritis and targeting of host cells by the immune
system (Crowley et al., 2012).

It has been shown that cholesterol-rich lipid rafts (Error! Reference source not found.)
similar to those found in eukaryotic bacteria are formed in the OM of Borrelia (not
previously seen before in prokaryotes) and that OspA, OspB and P66 associate with these
rafts (Figure 1.11). The sizes of rafts vary with temperature changes, potentialy aiding in
dissemination (LaRocca et al., 2010). Other tick-borne pathogens E. chaffeensis and A.
phagocytophilum contain free cholesterol and lipid rafts.
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Figure 1.11. Cholesteral rich lipid raftsin the outer membrane of Borrelia. Lipid rafts are ordered and rigid regions of
the OM rich in cholesterol (LaRocca et al., 2010). The green hexagons in the OM represent glycolipids, yellow rectangles
represent cholesterol and the curved lines attached to green hexagons represent palmitoyl. As only haf of the structure of
OspB is known the overall structure is represented with basic shapes and the solved structure overlain. The cleft in the
structure of OspB has been shown to weakly bind cholesterol glycolipids, potentially aiding the formation of lipid rafts in
Borrelia (LaRoccaet al., 2010).

124 Immune evasion and infectivity of Borrelia

Upon initial transmission to a mammalian host, Borrelia remain localised around the site of
the tick bite and the infection can be cleared by a course of antibiotics. If left untreated
however, the Spirochaete can disseminate to tissues, organs and joints, leading to Lyme

disease, neuroborreliosis and arthritis (Burkot et al., 1994). Borrelia numbers in the tick
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midgut have been shown to increase markedly after the completion of a bloodmeal, and
decrease before the arthropod moults to the next stage in its life cycle (Burkot et al., 1994).
The survival of Borrelia is challenging as the bacteria has to be able to exist in two distinct
host environments, in addition to facing changes within each environment; including the
influx of blood into the midgut and physiological changes caused by tick moulting as well as

the immune responses of both hosts (Schwan and Piesman, 2000).

Borrelial outer membrane proteins are of vital importance to both the bacteria and the
infected host; they provide both the bacteria with means to evade the immune system and
survive in the host, while at the same time providing the host with targets for bacterial
removal. The two most studied groups of surface exposed Borrelial lipoproteins are B.
burgdorferi complement regulator acquiring surface proteins (BbCRASPs) and lipid-
anchored outer surface proteins (Osps). CRASPs have been shown to bind Factor H and
related proteins, negating activation of the alternative pathway of the complement immune
system (Cordes et al., 2005, Cordes et al., 2006, Kraiczy et al., 2006, Rossman €t al., 2006,
Kraiczy et al., 2009). Osps found in Borrelia are genetically and antigenically polymorphic
and have been shown to trigger immune responses in mammals (Bunikis et al., 1995). Six
Osps named A through F are known (Lam et al., 1994, Bu et al., 1998, Babb et al., 2001,
Becker et al., 2005, Hovis et al., 2006, Li et al., 2007). Osps aid the Spirochaete in
transmission to, and establishment of the initial infection in mammals and persistence in
arthropod vectors (Cassatt et al., 1998, Burkot et al., 1994, Pal et al., 2000, Pal et al., 20043,
Pal et al., 2004b). It has aso been shown that Osps can be localised on the cytoplasmic
membrane (CM), protruding into periplasmic space and it is speculated that the CM can be
used as a ‘holding area’ (Cox et al., 1996) meaning that the proteins can rapidly be

transported to the outer membrane in response to specific environmental triggers.

1241 BbCRASPs
B. burgdorferi s.s. Complement Regulator Acquiring Surface Proteins (BbCRASPS) are

plasmid encoded lipid-anchored proteins expressed on the surface of the outer membrane that
play arolein Borrelial complement evasion (Coleman et al., 2008). Five have been identified
in both B. burgdorferi s.s. and B. afzdlii (Hovis et al., 2006, Rossman et al., 2006, Kraiczy et
al., 2001a, Brooks et al., 2005). CRASPs bind mammalian complement regulating proteins
Factor H, Factor H-like protein (FHL-1) and Factor H-related protein (FHR-1), which are
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responsible for the recognition of host cells and mediation of the aternative pathway of the
complement immune system (Pangburn, 2000). The binding of these proteins prevents
activation of the alternative pathway of the host’s immune response and aids Borrelial

survival and dissemination (Kraiczy et al., 2001b).

The structure of BbCRASP-1 has been solved by X-Ray crystallography (Figure 1.12)
(Cordes et al., 2005); each BbCRASP-1 contains five a-helices and it was found that
BbCRASP-1 forms a biologically relevant homodimer on the Spirochagete surface (Cordes et
al., 2006). It is known to interact with short consensus repeat (SCR) domains of Factor H and
FHL-1 (Cordes et al., 2005, Hovis et al., 2006, Cordes et al., 2006, Kraiczy et al., 2009). The
C-terminus of each protein in the dimer are buried at the centre of the overall structure and
areinvolved in fH and fHL-1 binding (Kraiczy et al., 2006). BbCRASP-1 knockout Borrelia
are vulnerable to killing by complement, suggesting that BoCRASP-1 plays arole in evasion
and infection of mammals. There is significant evidence showing the expression of
BbCRASP-1 on the surface of Borrelia when the Spirochaete is present in mammals, and in
the transition between mammals and arthropods (Rossman et al., 2006, Hovis et al., 2006,
Kraiczy et al., 2009). The loss of BObCRASP-1 has been shown to make the Spirochaete

susceptible to complement mediated killing by mammalian sera (Coleman et al., 2008).

Figure 1.12. Crystal structure of BbCRASP-1. A 27.5 kDa protein expressed on the surface of Borrelia (Kraiczy et al.,
2001a). A), B) and C) are the cartoon, surface and surface electrostatic potential representations respectively. The structure
was solved at aresolution of 2.7 A (RCSB PDB accession 1W33) (Cordes et al., 2005). Clearly visible in the centre of the
dimer is a cleft, containing the binding sits predicted to bind SCR domains of human factor H (Kraiczy et al., 2009). The
cleft is approximately the correct size to accommodate SCR domains lying along their axes (Cordes et al., 2006).

BbCRASP-2 is not expressed in by the Spirochaete when in arthropod hosts but is expressed
consistently in infection of mammals (Coleman et al., 2008, Kraiczy et al., 2009).
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BbCRASP-2, like BbCRASP-1 is known to bind Factor H and FHL-1 (Kraiczy et al., 2006,
Coleman et al., 2008, Kraiczy et al., 2008), though studies have shown that BbCRASP-2
deficient B. burgdorferi s.s. have no loss of infectivity or diminished survival rates. It is
therefore likely that BbCRASP-2 is not essential for effective immune evasion and
colonisation of mammalian hosts, but does, however, play arole (Coleman et al., 2008). This
is supported by evidence that BbDCRASPs 1 and 2 bind factor H and factor H-like protein
through SCR-7 (Reuter et al., 2010).

BbCRASPs 3, 4 and 5 all have very similar amino-acid sequences and are distinctly different
from BbCRASPs 1 and 2, hence being known collectively as OspE (Coleman et al., 2008)
and OspE related proteins (Erps). (McDowell et al., 2003, Kraiczy et al., 2006). OspE are
lipoproteins (Lam et al., 1994) are expressed during the initial stages of mammalian infection
(Babb et al., 2001) and have been shown to bind complement regulating Factor H and Factor
H-related protein (FHR-1). (Hovis et al., 2006, Coleman et al., 2008, Kraiczy et al., 2009).
The structures have not yet been solved.

1242 Outer Surface Protein A

OspA is a dumbbell shaped immunogenic lipoprotein anchored in the outer membrane of
Borrelia by a lipidated N-termina cysteine (Bu et al., 1998, Huang et al., 1998). It is
composed of 273 amino-acids (including signal sequence) and has a molecular weight of 28
kDa (Huang et al., 1998). The protein forms a twenty one stranded anti-parallel 3-sheet with
asingle a-helix at the C-terminus (Figure 1.13) (Huang et al., 2001). Each end of the 3-sheet
forms a globular domain, linked by a non-globular region in the middle (Bu et al., 1998). The
central [B-sheet is exposed on both sides to any external influences on the protein, including
any from a solvent during crystallisation. This tertiary structure of OspA is unusual in regards
to the exposure of polar residues in the central sheet to solvent, in general proteins containing
anti-paralel B-sheets are amphipathic, with the hydrophobic amino-acids sheltered in a
hydrophobic core (Li et al., 1997, Bu et al., 1998), however it appears that the hydrophobic
residues in the central -sheet are protected by an abundance of amino-acids with long side
chains, increasing the thickness of the [-sheet (Huang et al., 2001). SAXS (Bu €t al., 1998)
solution NMR studies (Huang et al., 1998, Huang et al., 2001) have shown that OspA exists
in solution as a monomer, and is in agreement with the solved structure that the protein

consists of two globular domains linked by a stable central 3-sheet, hence does not have a
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hydrophobic core. This is highly unusual for proteins, another protein known to lack a
hydrophobic core is SasG, a protein from S. aureus known to be involved in the formation of
biofilms (Geoghegan et al., 2010)

Figure 1.13. Crystal structures of OspA from B. burgdorferi s.s. Data retrieved from the RCSB Protein Data Bank
(Accession 2G8C). A) Cartoon structure showing B-sheets and the lone a-helix. B) Surface representation of OspA. X-Ray
diffraction data was collected with a resolution of 1.15 A. The protein was crystallised in complex with mouse monoclonal
Fab fragment (not shown) (Makabe et al., 2006). Images of the data created using PyMol 1.3, (Schrédinger, 2010).

OspA is abundantly expressed on the surface of Borrelia while the Spirochaete is present in
the midgut of the tick (Li et al., 1997, Pal et al., 2000, Schwan and Piesman, 2000, Purser et
al., 2003, Becker et al., 2005, Brooks et al., 2006). It has been shown that OspA is
upregulated when entering the midgut of an uninfected tick (Pal et al., 2000, Fikrig et al.,
2004) and downregulated upon the tick partaking in a blood-meal, prior to Borrelial
transmission to a mammalian host (Burkot et al., 1994, Schwan et al., 1995, Cassatt et al.,
1998, Pdl et al., 2000, Schwan and Piesman, 2000, Liang et al., 2004). The peptide sequence
and antigenic reactions of OspA are consistent between Borrelial species (Becker et al.,
2005).

OspA facilitates Borrelia adherence to, and colonisation of the midgut of ticks prior to
feeding on a mammalian host (Pal et al., 2000). It was shown that recombinant OspA bound
specifically to tick gut extract and other OspA molecules, whereas OspC and BSA used as
control proteins did not bind either OspA or the gut extract (Pal et al., 2000). It was found
that a 55 kDa tick receptor protein for OspA (TROSPA) was responsible for binding OspA
and was localised in the gut, and that the presence of Borrelia significantly increased the
expression of TROSPA by the tick (Pal et al., 2004a, Neelakanta et al., 2007). OspA-OspA
and binding appears to facilitate binding of Borrelia to the midgut of ticks; addition of excess

OspA to a mixture of Borrelia and tick gut extract was shown to enhance bacterial adhesion.
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It is adso feasible that OspA-OspA hinding could also facilitate the binding of Borrelia to
each other, aiding the establishment of B. burgdorferi s.s. in the tick midgut (Pal et al., 2000).
Both deficiencies in TROSPA in the tick, and OspA in the Spirochaete resulted in reduced
colonisation (Pal et al., 2000, Pal et al., 20044).

Downregulation of OspA by the Spirochaete, and TROSPA by the tick during a bloodmeal
potentially aids the Spirochaete in detaching from the tick midgut for transmission to the
mammalian host (Pal et al., 2004a). This would prevent the bacteria from binding to each
other and facilitate easier translocation to the salivary glands and therefore transmission to
the mammalian host (Burkot et al., 1994, Cassatt et al., 1998, Pal et al., 2000). OspA is not
expressed on the surface of Borrelia when the Spirochaete is present in mice; thisis likely
due to the protein having an function in ticks but not mammals, hence downregulation to
prevent immune response targeting (Liang et al., 2004).

It has recently been shown that B. burgdorferi s.s. form biofilms (Sapi et al., 2012), which
may be a factor in the development of Lyme arthritis. It is possible that OspA-OspA binding
may play an important role in facilitating Borrelia-Borrelia binding and formation of
biofilms. OspA has been shown to be continually repressed in mammalian host to prevent
host antibodies binding and eliciting an immune response (Schwan et al., 1995, Pal et al.,
2000, Schwan and Piesman, 2000), however evidence is present that OspA can be expressed
in the mammalian host; antibodies for OspA have been identified in the cerebrospinal fluid of
patients with neuroborreliosis (Liang et al., 2004) and joints of patients with Lyme arthritis
(Kaish et al., 1993). The latter study monitored immune responses to fifteen patients infected
with Borrelia over a period of months and years. Antibodies for both OspA and OspB were
found in eleven patients just prior to the onset of arthritis, having not been present in the
months and weeks before (Kalish et al., 1993, Pal et al., 2000), antibodies for OspA and
OspB were found in the remaining four patients as the symptoms progressed. This may be
another indicator of OspA importance in biofilm formation, and of biofilm importance in
arthritis.

1243 Outer Surface Protein B

OspB is a 296 residue, 31 kDa protein lipid-anchored protein present on the outer membrane
of Borrelia when in the arthropod midgut (Becker et al., 2005) that is closely related in both
sequence and structure to OspA (Neelakanta et al., 2007). The overall shape of OspB is
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unknown, however the structure of the 140 residue C-terminal domain has been solved
(Figure 1.14) (Becker et al., 2005). The C-terminus of OspB is composed of twelve anti-
paralel B-strands and one a-helix and has been shown by X-ray crystalography to adopt the
same configuration as that of OspA; overlaying very well (Figure 1.15 A) (Becker et al.,
2005).

Figure 1.14. Crystal structure of the 16.5 kDa C terminus of OspB from B. burgdorferi s.s. (Becker et al., 2005) A)
Cartoon structure showing the B-sheets and a-helix present, B) Representation of the surface structure. The peptide chain
extends from residue 157 to 296 and the structure solved at aresolution of 2.0 A. Data retrieved from the RSCB Protein Data
Bank (accession 1P4P). Images produced using PyMol 1.3 (Schrodinger, 2010).

Due to the similarities between the C-terminal domains of OspA and OspB (Figure 1.15 A) it
is reasonable to assume that OspB a so forms a globular domain at the C-terminal domain. In
addition, the four (3-sheets highlighted in OspB (Figure 1.15 B) are positioned in an identical
manner to those in OspA, and amost certainly contributes to a central stable [-sheet as in
OspA, meaning that the protein also lacks a hydrophobic core. OspB is a longer protein than
OspA, having a 23 amino-acid insertion towards the N-terminus located before where the
first B-strand would be if OspB maintains the structural similarities to OspA (Becker et al.,
2005).

Figure 1.15. Comparison of the C-termini of OspA and OspB. A) Overlay of OspA C-terminus with OspB C-terminus.
B) OspA and OspB C-termini side by side comparison. OspA (PDB accession: 2G8C) isred, OspB (PDB accession: 1RJL is
Orange (Becker et al., 2005, Makabe et al., 2006). 3-strands denoted CS are known to form part of a central (3-sheet linking
two globular domainsin OspA, and likely fulfil asimilar function in OspB.
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OspA and OspB genes are encoded by a single operon on an extrachromosomal plasmid
(Fikrig et al., 2004, Becker et al., 2005, Neelakanta et al., 2007) and it has been shown that
OspA and OspB are transcribed together due to a shared promoter. OspB is primarily
expressed while the Spirochaete is present in the midgut of unfed Ixodid ticks, but
downregulated upon commencement of a bloodmeal (Becker et al., 2005) and not expressed
in mammals (Cassatt et al., 1998). Like OspA, OspB has been shown to bind to the tick
midgut (Fikrig et al., 2004, Yang et al., 2004, Neelakanta et al., 2007). A study found that
OspB specific antibodies inhibited the Spirochaete binding (Fikrig et al., 2004), while
another found that OspB deficient B. burgdorferi s.s. had an impaired ability to bind to the
midgut of ticks upon commencement of the bloodmeal, but could still infect mice
(Neelakanta et al., 2007). These findings indicate that OspB is an important contributor to
survival of Borrelia in ticks, but is downregulated in mammals to minimise potential

antigenic surfaces presented to the mammalian host.

OspB, like OspA has also been implicated in Lyme arthritis (Kalish et al., 1993). Prior to the
onset of arthritis 73 % of patients developed a response to both OspA and OspB antibodies
(Kaish et al., 1993). In a different study, this provided further evidence for the presence of
OspA and OspB prior to the onset of arthritis, however it aso found that in mice OspB was
expressed at considerable levels four months after developing arthritic symptoms (Liang et
al., 2004).

1244 Outer Surface Protein C

OspC is a 23 kDa lipoprotein expressed on the surface of Borrelia (Babb et al., 2001,
Kumaran et al., 2001, Pal et al., 2004b) that contains four long anti parallel a-helices and one
short a-helix (Figure 1.16 A & B), it is likely that the dimer shown in Figure 1.16 C and
Figure 1.16 D is biologically relevant due to the formation of a four helix hydrophobic core,
extending almost the whole length of the protein (Eicken et al., 2001, Seemanapalli et al.,
2010). OspC has a strong negative electrostatic potential, potentially involved in binding
charged host ligands — indicative of causing human disease; in addition, OspC is highly
polymorphic (especially the surface exposed residues) making it difficult to design antibodies
for (Wikel, 1996, Eicken et al., 2001, Kumaran et al., 2001).
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Figure 1.16. Crystal structure of OspC from B. burgdorferi s.s. A) and B) - Cartoon and surface structures of monomeric
OspC solved to aresolution of 2.5 A (Eicken et al., 2001). C) and D) cartoon and surface structures of dimeric OspC solved
to aresolution of 2.5 A (Kumaran et al., 2001). X-Ray diffraction data was collected with a resolution of 2.5 A. Images of
monomeric OspC (A and B) and dimeric OspC (C and D) were produced using data obtained from the RSCB Protein Data
Bank - accession numbers 1G5Z and 1F1M respectively (Eicken et al., 2001, Kumaran et al., 2001). Images produced using
PyMol 1.3 (Schrédinger, 2010).

Borrelia OspC is vital for transmission of the Spirochaete from the midgut to the salivary
glands of I1xodes ticks and for dissemination to mammalian hosts, playing an important rolein
establishment of infection and survival (Cassatt et al., 1998, Eicken et al., 2001, Hubner et
al., 2001, Pal et al., 2004b, Ramamoorthi et al., 2005, Yang et al., 2005). OspC deficient B.
burgdorferi s.s. have no infectivity (Seemanapalli et al., 2010). OspC is upregulated in the
salivary glands of arthropods (Schwan and Piesman, 2000, Pal et al., 2004b), continualy
expressed in mammals throughout the early stages of infection (Babb et al., 2001, Pdl et al.,
2004b) and downregulated once the anti-OspC humoral response kicks in (Seemanapalli et
al., 2010). When Borrelia are present in the midgut of an unfed Ixodes tick, OspA and OspB
are predominantly expressed (Liang et al., 2004, Yang et al., 2004), however upon the
commencement of a bloodmeal and influx of mammalian blood the Spirochaete has been
shown to rapidly upregulate OspC (Schwan and Piesman, 2000, Pal et al., 2004b) and heavily
downregulate OspA and OspB (Schwan et al., 1988, Schwan et al., 1995). This is triggered
by the change in temperature and pH (Kumaran et al., 2001). Upregulation of OspC assists
the bacteria in translocation from the midgut of the tick to the salivary glands, and from there
to the host (Eicken et al., 2001). It was shown that OspC is capable of binding the salivary
glands of ticks, and that OspC deficient bacteria were not capable of invading invade
arthropod salivary glands; existence in tick midgut was unaffected (Pal et al., 2004b).
Borrélia. in the initial stages of mammalian infection that are lacking OspC are swiftly
cleared (Seemanapalli et al., 2010).
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OspC has been shown to bind tick salivary protein 15 (Salpl5) both in vivo and in vitro.
(Ramamoorthi et al., 2005). The effect of Salpl5 on Borrelial dissemination and infection of
mice was studied and it was found that Salpl5 binding significantly increased the
survivability of B. burgdorferi s.s. in mice, along with protecting the Spirochaete from being
by OspA antibodies (Ramamoorthi et al., 2005). OspC antibodies have been detected in
humans patients prior to onset of Lyme arthritis (Kalish et al., 1993), this is not unexpected
as OspC is an important virulence factor when present in mammals.

1245 Other surface exposed proteins

OspD is a 28 kDa surface exposed lipoprotein that, like Osps A-C is located on a linear
plasmid (Li et al., 2007) OspD appears to be largely downregulated upon the temperature
shift associated with the influx of warm mammalian blood when a tick takes a bloodmeal.
This suggests that OspD, like OspA and OspB is present on the surface of Borrelia when
present in the midgut of atick, and not in mammals. OspD was found to bind the midgut of
ticks, and B. burgdorferi s.s. deficient in OspD was shown to be less able to colonise ticks,
but this didn’t have an effect of infectivity on mice (Li et al., 2007).

OspF is another plasmid encoded surface exposed lipoprotein from Borrelia (Lam et al.,
1994), only it has been shown to not bind Factor H or related proteins (Hovis et al., 2006).

OspF is poorly understood and the current function is unknown.

VIsE isa 35 kDavariable surface lipoprotein expressed on the surface of Borrelia, the loss of
which reduces infectivity (Eicken et al., 2002). VIsE is a predominantly a-helical protein,
consisting largely of a variable cassette region, flanked by the C and N termini of the
polypeptide chain. Segments of a silent cassette region can recombine with the cassette
region through gene conversion, with nine to thirteen recombination events occurring every
four weeks. (Eicken et al., 2002) This is thought to hinder the hosts ability to generate an

effective immune response and thus aids the Spirochaete in evasion.

Decorin and fibronectin (Fn) binding proteins (DbpA, DbpB and BBK32) are expressed in
early mammalian infection (Guo et al., 1998, Pal et al., 2004a). Fn is a multifunctional

dimeric glycoprotein present in blood plasma and on the surface of mammalian cells. Cell
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bound Fn aids tissue repair and promotes cell-cell adhesion, (Proctor, 1987, Potts and
Campbell, 1996, Mosher, 2001, Kim et al., 2004, To and Midwood, 2011) the binding of
which facilitates Borrelial transmission into the cell (Steere et al., 2004). Decorin is a
glycosaminoglycan present on collagen fibrils (Bunikis et al., 1995, Steere et al., 2004), the
binding of which by DbpA & B facilitate the adhesion of the Spirochaete to the mammalian
extracellular matrix (HUbner et al., 2001). The Dbps are differentialy expressed on the
surface of Borrelia in response to changes in environmental conditions (Pal et al., 2000, Kim
et al., 2004). When Borrelia are present in the midgut of tick, neither BBK32 or DbpA or
DbpB are expressed, however they are upregulated upon the increase in temperature and pH
change that occurs with the influx of mammalian blood during a tick bloodmeal (Neelakanta
et al., 2007) and are prominent on the outer when the Spirochaete is present in mammals (Pal
et al., 2004b).

A small number of putative porins have been identified to be present in the outer membrane
of Borrelia; P13 (Skare et al., 1997, Barcena-Uribarri et al., 2010), Oms28, P66 and a protein
homologous to Oms38 in Relapsing fever Borrelia (Barcena-Uribarri et al., 2010, Ristow et
al., 2012). P13 and Oms28 are poorly characterised and are only speculated to be porins. P66
isa 66 kDa porin and adhesion present in the outer membrane of Borrelia (Skare et al., 1997,
Bércena-Uribarri et al., 2010) that is expressed during mammalian infection (Defoe and
Coburn, 2001). P66 is a putative B-barrel with surface exposed domains, potentially
conferring immunogenicity, and is capable of binding B3-integrin chains found on activated
immune cells, platelets and endothelial cells (Defoe and Coburn, 2001, Ristow et al., 2012),
therefore mediating interactions between host cells and Borrelia. As was earlier described,
P66 is present in lipid rafts present on the surface of Borrelial outer membranes (LaRocca et
al., 2010).

Enolase is a moonlighting protein; these proteins exist in many varied locations in cells,
fulfilling avariety of roles (Jeffery, 1999). Borrelial enolase (also known as phosphopyruvate
dehydratase (Nogueira et al., 2012)) is surface exposed, known to bind plasminogen, play an
important role in enhancing dissemination of Borrelia in mammals (Floden et al., 2011) and
aid the survival of Borrelia in ticks, immunisation with recombinant enolase was shown to
reduce Spirochaetal acquisition in feeding ticks (Nogueira et al., 2012). Plasminogen is an
inactive single chain glycoprotein present in the hosts serum; and upon binding to Borrelia it

is cleaved to form plasmin (Toledo et al., 2011); Borrelia with plasmin bound on the surface
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are capable of degrading Fn and cellular matrices, and penetrating endothelial cells (Floden et
al., 2011, Toledo et al., 2011).

125 Borreliaimplicated with Alzheimer’s disease.

While it is known that Borrelia cause Lyme disease and Relapsing fever, Spirochaetes
including Borrelia and Treponema have, along with other pathogens been implicated to be
involved in Alzheimer’s disease (Miklossy et al., 2005). Although it is not clear whether
Spirochaetes are present in the brain before or after the disease is developed there are
apparent links between the two. The clinical and pathological characteristics of Alzheimer’s
disease are comparable to those present in dementia paral ytica (the tertiary stage of syphilitic
infection) caused by T. pallidum which is akin to the manner in which B. burgdorferi s.sis
capable of causing dementiain late stages of Lyme disease (Miklossy et al., 2005, Swerdlow,
2007, Miklossy, 2008, Miklossy, 2011). Degeneration of the cortex associated with dementia
also occurs in the late stages of B. Burgdorferi s.s. induced Lyme disease (Miklossy, 1993)

The pathogenic bacteria Chlamydia pneumonia and herpes simplex virus type | have aso
been implicated in infiltrating the central nervous system and causing a neuroinflammatory
response, possibly triggering Alzheimer’s disease pathology, or bi-polar disorder (Itzhaki et
al., 2004, Miklossy, 2008).

Alzheimer’s disease is the most common form of dementia in which cognitive and memory
functions gradually deteriorate over time. At least part of the cause is suspected to be the
accumulation of a 4.2 kDa amyloid beta peptide (AB) in plagque-like structures, and the
formation of neurofibrillary tangles in the brain. The cause of this is as yet unidentified
(Miklossy, 2011). The Spirochaetes Borrelia and Treponema have been shown to be present
in significant numbers in the brains of deceased Alzheimer’s disease sufferers (Itzhaki et al.,
2004, Riviere et al., 2002, Miklossy, 2008). It is however, known that OspA present on the
outer membrane of Borrelia has the capacity to induce amyloid fibres, which are similar to
human amyloid (Miklossy et al., 2005, Miklossy, 2011). Severa studies have been conducted
in an attempt to determine a possible link between Borrelia and Alzheimer’s disease.

It has been shown that AP formed plague-like structures in several types of mammalian brain
cell once exposed to Borrelia for up to eight weeks (Miklossy et al., 2005, Miklossy, 2008).
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Another study also utilised dark field microscopy show Spirochaetes present in the blood,
cerebrospinal fluid and cerebral cortex of 14 Alzheimer’s disease patients (and the absence of
Spirochaetes in 13 control patients). Peptidoglycan from the Borrelial cell walls was co-
localised along with the AR plaques in 17 Alzheimer’s patients, but were again absent in
control samples. This, along with the finding of Borrelial antigens and genes again co-
localised with AP plaques provides further evidence for the involvement of Borrelia in
Alzheimer’s disease (Miklossy, 2008).

A study was conducted (Riviere et al., 2002) on the presence of ora Treponema and Borrelia
in the brain and trigeminal nerve in order to investigate the hypotheses that the trigeminal
nerve was a route of translocation of Treponema to the brain, and whether there was a
statistically significant difference in the numbers of Alzheimer’s disease/control patients with
Spirochaetes present in the brain. Brain sections (frontal lab cortexes and trigeminal ganglia)
of donors were tested for seven Treponema species and B. burgdorferi by the PCR
amplification of species-specific 16S rRNA sequences and Treponema specific antibodies.
PCR found that the brains of fourteen of sixteen patients with Alzheimer’s disease were
positive for at least one species of Treponema, compared to four of eighteen negative
controls. Five Alzheimer’s patients were found to have Borrelia, while all control samples
were negative. All five trigeminal ganglia samples also tested positive. Antibodies detected
Treponema in fifteen of the sixteen patients with Alzheimer’s disease. (Riviere et al., 2002).

The geographical distribution of Borrelia compared with Alzheimer’s disease however,
suggests that Borrelia cannot be a factor in all cases of Alzheimer’s disease. This, along with
the presence of Treponema in the brains and CNS of patients with Alzheimer’s disease may
imply that it is not Borrelia, but many genera of Spirochaetes that are involved with
Alzheimer’s disease. The hypothesis that bacteria (Spirochaetes) play a role in the
development of Alzheimer’s disease is complementary to the hypothesis that genetic defects
occur in Alzheimer’s disease patients, indeed it is speculated that genetics control

susceptibility to bacterial infection (Miklossy, 2008).
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1.3 Ixodidticks

Borrelia.use hard ticks as reservoirs to maintain their natural enzootic cycle and vectors for
transmission to mammalian hosts (Steere et al., 2004). Ticks transmit the greatest number of
Spirochaetes and viruses of all blood-feeding arthropods (Heinze et al., 2012) and are second
only to mosquitoes as vectors of human disease (Parola and Raoult, 2001). The most common
Borrelial tick reservoirs are species of the Ixodid tick: I. pacificus and I. scapularis (known
as the black-legged or deer tick), which are prevalent mainly in North America, and I.s
ricinus, prevalent mainly in Europe (Figure 1.17) (Steere et al., 2004). In the United States
the distribution of reported cases of Lyme disease corresponds closely with that of I.
scapularis and I. pacificus (CDC, 2011). It has also been shown that |. scapularis can spread
other bacteria and diseases such as Babesia microti, causative protozoan of human babesiosis
and Anaplasma phagocytophilum, causative agent of Human granulocytic anaplasmosis
(Stafford, 2001) (Liu et al., 2012, Horowitz et al., 2012). Ixodes ticks are also responsible for
the spread of viruses such as tick-borne encephalitis and Powassan encephalitis. (Parola and
Raoult, 2001). Other species of tick known to spread Lyme disease Spirochaetes are soft ticks
of the genera Argas and Ornithodoros (Vatandoost et al., 2003).

Figure 1.17. Ixodes ricinus suitable habitats in the UK and Europe. Red shaded areas of the map shows suitable tick
habitation. Image adapted from (Gray et al., 2009). Map licensed under the Creative Commons Attribution-Share Alike 2.5

Generic license.
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131 Tick lifecycle

Ixodes ticks have a life cycle which encompasses four stages: egg, larva, nymph and adult
(Figure 1.18). The Ixodid tick life cycle takes place over the course of approximately two
years (Figure 1.19), and begins in the late Spring and early Summer months when females,
fresh from a blood-meal lay their eggs. The eggs hatch into larvae over the course of late
Summer and the larvae take their first blood-meal, usually on small rodents (in particular the
white-footed mouse), lizards or birds before moulting to nymphs over the course of late
Autumn through to early Spring (Stafford, 2001). Once Spring has ended, the nymphs take
their blood-meal, again on small mammals etc, and moult to adults. These adult ticks feed for
the final time on larger mammals such as deer (Schwan and Piesman, 2000) over the course
of late Autumn to early Summer, when the engorged females lay their eggs on the ground,
thus beginning the cycle again. Whilst some species of tick are known to only feed on
specific hosts, Ixodes scapularis and ricinus feed on a variety of hosts such as small
mammals, reptiles and birds when in the first two developmental stages, and large mammals
such as deer and dogs (and humans) when adults (Stafford, 2001, Couper et al., 2010,
Taragel'ovaet al., 2008).

Figure 1.18. A female and male |. ricinus. Left to Right; Adult female, adult male. The arrow highlight the scutum; this
covers the entire dorsal surface in the adult male, however in other developmental stagesit is confined to the anterior region
of thetick. The adult female is larger than the adult male; thisis also true for Ixodes scapularis and pacificus. Image licensed
under the Creative Commons Attribution-Share Alike 2.5 Generic license.
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5. Adults attach to larger mammalian
hosts such as deer during autumn,
spring and warm winter days

1. Engorged
females lay
eggs on the
4. Nymphs attach and ground
feed on small

mammals and birds

2. Larvee hatch and
feed on small
mammals and birds

3. Nymphs over winter

Figure 1.19. The two year life cycle of an Ixodes tick. Data and images obtained from (Athreya and Rose, 1996, Stafford,
2001)

Ixodid ticks have a large (for a tick) body size, varying from 2-30 mm. At the adult and
nymphal stages of development, the ticks have four pairs of walking legs, whilst the larval
stage has three. Ticks also do not have a distinct head, thorax or abdomen. The mouthparts,
along with the hypostome and cutting organs are present on the anterior part of the tick body,
aso known as the capitulum. The hypostome, labelled H on the scanning electron
micrographs (Figure 1.20), has numerous ’barbs’ that act as an anchor once the hypostome
has penetrated the skin. This makes it difficult to remove the entire tick without the anterior
part of the tick body breaking off and remaining lodged in the mammal’s skin. Adult ticks
can become considerably engorged during a blood mea (Stafford, 2001) with the tick’s
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weight capable of increasing up to 1000 fold compared to the initial size (Ribeiro et al.,
2006).

Figure 1.20. The anterior morphology of I. ricinus. Labelled are: BC - basis capituli, H - externa surface of the
hypostome, P - palp. Image licensed under the Creative Commons Attribution-Share Alike 2.5 Generic license.

I. scapularis feeds at three points during its lifetime, once during each of the three stages
shown in Figure 1.19. Each blood meal lasts for severa days and it is during this time that
ticks infected with Borrelia burgdorferi s.s. transmit the bacteria to a mammalian host. The
most common feedings at which transmission occurs are the nymph and adult stages, as the
tick first has to become infected by feeding on a small infected mammal (Stafford, 2001).
Once feeding is complete, the tick detaches to complete digestion and either moult to the next

stage, or enter a state of reduced metabolism, known as a dispause.

132 Theinfluence of tick saliva on survival of Borreliain hosts

Many host defences must be overcome by the tick in order to feed, and for successful
transmission of the Spirochaete to the mammalian host. The initial obstruction is the
mammal’s skin; this forms a physical barrier that needs to be penetrated in order to allow
access to the bloodstream. The tick achieves this with the hypostome (Figure 1.21).
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Figure 1.21. Ixodid tick hypostome. The ‘barbs’ on the hypostome are present all around the upper half of the hypostome,
which are responsible for anchoring the tick into the skin. Image from { Moorhouse, 1981 #554}, licensed under the Creative
Commons Attribution-Share Alike 2.5 Generic license.

Once the hypostome has penetrated the skin and has access to the host’s blood supply (a pool
of blood formed by laceration of the skin), the tick secretes a cement like substance, to, in
conjunction with the hypostome, anchor the tick in the feeding site and prevent detachment
(Ribeiro et al., 2006). Once anchored, the tick starts to salivate. Among the first compounds
to be released are proteins and enzymes that alleviate host pain and irritation at the binding
site (Tyson et al., 2007), the tick also releases a variety of antihaemostatic compounds to
maintain a supply of blood to the feeding site (Chmelar et al., 2012). The vasodilators
prostaglandin E, (PGE;) and prostacyclin (PGl;) have been shown to be present in the
salivalsalivary glands of several species of Ixodes tick, and are postulated to increase flow of
blood to the tick mouthparts through dilation of host blood vessels, promoting feeding. PGl ,
is aso known to inhibit platelet aggregation, as is apyrase, an enzyme present in significant
amounts in tick saliva. Apyrase is responsible for the hydrolysis of ATP and ADP (required
for platelet aggregation) to AMP and orthophosphate. These two enzymes combined with
PGE; are effective at disrupting haemostasis (Ribeiro, 1987, Chmelar et al., 2012).

Once anchored into the host’s skin, and with a steady flow of blood, the tick has to negotiate
the varied and rapid immune responses at the host’s disposal. This includes, but is not limited
to, the various pathways of the complement immune system and several types of adaptive
immune cell that reside within the skin. Dendritic cells capture and process antigens, and in
turn stimulate B and T lymphocytes and initiate immune responses by secreting cytokines

(Banchereau and Steinman, 1998). Mast cells are the primary responders to allergic reactions,
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along with being shown to activate inflammatory responses and T-cells (Crivellato et al.,
2003, Crivellato et al., 2004). Lymphocytes directly kill microbe infected cells (Brossard and
Wikel, 2004). Eosinophils are a source of cytokines and growth factors that display both pro
and anti-inflammatory responses such as wound healing (Munitz and Levi-Schaffer, 2004).
Macrophages, which are white blood cells responsible for phagocytosis of foreign bodies
within the cell (Sarantis and Grinstein, 2012). K eratinocytes compose approximately 95 % of
the outer layer of the skin and form the physical barrier to pathogens and non-biological
factors such as UV-radiation, and repair of wounds (Nakamizo et al., 2012).

Tick sdliva is a well-characterised, complex cocktail of different proteins, enzyme and
inhibitors that plays a vita role in circumventing and modulating the host’s immune
response, facilitating and enhancing not only the tick’s ability to feed as described above, but
also the conditions for viral infection and dissemination (summarised in Figure 1.22) (Guo et
al., 2009, Heinze et al., 2012). Tick saliva contains an arsena of anti-complement proteins
including Ixodes ricinus anti-complement proteins (IRAC) | and Il (Gillet et al., 2009),
Salpl5 (Anguita et al., 2002, Juncadella et al., 2008), Sap20 (Tyson et al., 2007), TROSPA
(Pal et al., 2004a), vasodilators, immunosuppressive, anti-inflammatory, anti-haemostatic
substances and anti-clotting proteins all of which play a role in enabling tick feeding and
pathogen transmission (Ribeiro et al., 1985, Ribeiro, 1987, Burkot et al., 1994, Ribeiro et al.,
2006, Skallova et al., 2008) Borrelia are transmitted from the tick to the host through the tick
salivary glands and benefit from tick anti-complement activity. Salivation is not a continuous
process throughout the blood meal, taking place every five to fifteen minutes and aternating
with ingestion of blood (Ribeiro, 1987). This minimises the formation of antigen-antibody
complexes and interactions with complement components in the host blood, which would be
deposited at the feeding site, promoting lesions and an immune response (Wikel, 1996). The
protein content of saliva varies throughout salivation, allowing the feeding site to be *primed’
prior to the introduction of infectious agents (Heinze et al., 2012); not all pathogens are
transmitted at the same time point during the feed. B. burgdorferi s.s. is transmitted between
24 and 48 hours after the commencement of the blood meal, whereas other pathogens are
transmitted either earlier or later in the blood meal (Ribeiro et al., 2006)

Tick saliva has been shown to: inhibit the maturation and migration of dendritic cells at the
binding site, production of cytokines, phagocytosis, T and B cell proliferation and activation

of the complement pathway (Skallova et al., 2008, Heinze et al., 2012). Dendritic cell
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maturation, differentiation, migration, Thl and Th2 cytokine production and activation of T-
lymphocytes have been shown to be inhibited by proteins in tick saliva, including PGE;
(Hannier et al., 2003, Skallovaet al., 2008, Guo €t al., 2009). Proteinsin tick saliva have also
been shown to reduce proinflammatory responses and Toll-like receptor signalling in
macrophages — Salpl5 has been shown to bind TLRs. (Anguita et al., 2002, Chen et al.,
2012). Mast cells are manipulated by the tick to increase the blood flow to the feeding site;
histamine-releasing factor is secreted, triggering mast cells to release histamine and increase
vasodilation of surrounding blood vessels (Chmear et al., 2012). Polymorphonuclear
leukocytes have been shown to have inhibited binding of Spirochaetes when pre-treated with
tick saliva (Guo et al., 2009).

Tick salivary gland protein Salpl5 is a 15 kDa immunomodulatory protein, known to inhibit
early events in CD4" T-lymphocyte activation (Figure 1.22). It has been shown that Salp15
treated T-cells have reduced calcium signalling within the cell, due to a capability to bind
CD4" at specific domains (D1 & D2) preventing differentiation into effector T-cells
(Paveglio et al., 2007, Juncadella et al., 2008). It is also know to inhibit T-cell and B-cell
proliferation, IL-2 production and Natural Killing cell function (Paveglio et al., 2007,
Slamova et al., 2011). Salp15 has been shown to bind B. burgdorferi OspC and significantly
enhance transmission of the Spirochaete during tick feeding, it was also shown that Salp15
secretion isincreased when Borrelia infected ticks are partaking in a bloodmeal, compared to
uninfected ticks (Ramamoorthi et al., 2005, Yang et al., 2005).
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Figure 1.22. Tick protein interactions with Borrelia and mammalian host evasion. In the unfed midgut of the Ixodes
tick, Borrelia expresses OspA, which binds TROSPA and OspA. Once the tick commences a bloodmea OspA is
downregulated and OspC upregulated for transmission to the salivary gland where Salpl5 is acquired. Salpl5 inhibits the
activation of CD4" T cells (Anguitaet al., 2002). The binding of Salp15 prevents the recognition of antigenic OspC by TLRs
and antibodies. The binding of fH and fHL-1 prevents complement activation.

Salp20 inhibits the alternative pathway of the complement immune system by dissociating
components of C3 convertase, preventing cleavage of C3 to C3b and therefore deposition of
C3b on foreign cell surfaces and therefore lysis, in asimilar role to factor H and factor H-like
protein 1. Thisis two-fold in effect, aiding both the tick and any disseminating Borrelia by
disrupting the complement alternative pathway. It was shown that B. garinii incubated with
Salp20 had a survival rate of approximately 70 % when faced with alternative pathway
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activated complement mediated killing. Salp20 was, however, ineffective against
complement activation by the classical pathway. (Tyson et al., 2007).

1.4 The Complement System
14.1 Activation of the complement system

The complement system was discovered in the 1890°s as a component of the immune system
found to assist antibody mediated killing of bacteria (Sarma and Ward, 2011). The
complement system is a factor of both the innate and adaptive immune responses (Fujita,
2002, Schifferli, 2005, Lambris et al., 2008, Sarma and Ward, 2011), capable of swiftly
responding to invading pathogens and assisting in long-term immunity. The complement
immune response is activated by three distinct pathways; the classical, the alternative and the
lectin (Fujita, 2002, Lambris et al., 2008), each of which results in a proteolytic cascade and
formation of the membrane attack complexes (MAC) which act to lyse foreign cells (Figure
1.23) (Fujita, 2002). The cascade is a well-controlled network comprised of over thirty
proteins that are either present on the cell membranes, or free in plasma (Fujita, 2002,
Lambris et al., 2008, Schneider et al., 2009, Sarma and Ward, 2011). In addition to cell lysis
by the MAC, activation of the complement system also results in clearance of pathogens by
opsonisation (marking pathogens for phagocytosis) and triggering phagocytosis (engulfing
and destruction of foreign bodies by phagocytes) (Sarma and Ward, 2011). The complement
system also fulfils other functions such as communication with, and activation of adaptive
immunity and assisting in the removal of cellular debris (Herbert et al., 2006, Lambris et al.,
2008).

The classical pathway is triggered when protein complex C1q recognises antigen-antibody
complexes on the surface of a foreign cell (Lambris et al., 2008). The Clq complex
comprises one molecule of C1g, two molecules of Clr (a serine protease) and two Cls
molecules. Upon binding of C1q to foreign antigens, Clr cleaves C1s, resulting in an
activated form that cleaves C2 and C4 (Fujita, 2002).

Activation of the lectin pathway is prompted by recognition and binding of microbia
carbohydrate moieties by mannose-binding lectin (MBL) and Ficolin (F). MBL and F are
bound to MBL-associated serine proteases (MASPS) present in serum (Fujita, 2002). Some of

these MASPs undergo changes in their conformation as a consequence of binding to
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pathogens. These changes result in auto activation of MASP2 which is responsible for the
cleavage of C4 and C2 (Schifferli, 2005, Sarma and Ward, 2011).

Activation of the complement system by the classical and lectin pathways converge with the
degradation of C2 and C4 to produce active fragments C2a, C2b, C4a, and C4b. C4b and C2a
combine to form the enzyme complex C4bC2a, known as classical pathway (CP) C3
convertase (Fujita, 2002, Sarma and Ward, 2011). It is at this point that the alternative
activation pathway converges with the classical and lectin pathways.

The aternative pathway provides the broadest specificity against pathogens and is not reliant
on immunisation or production of antibodies (Pangburn, 2000). Activation of the alternative
pathway is selective - host cells and tissues do not trigger activation, whereas foreign
organisms do (Sarma and Ward, 2011). The recognition of, and discrimination between host
cellsand foreign bodies is possible due to acomplex set of proteins such as Factor H (fH) and
Factor H-like protein (fHL-1). Factor H has multiple sites which can recognise and bind host-
like features on the surface of microorganisms and has been shown to have three C3b binding
sites. C3 is constantly being hydrolysed at a slow, steady rate, producing small concentrations
of C3b, which is capable of binding surfaces lacking FH and fH-like proteins (Sarma and
Ward, 2011). The accumulation of C3b on foreign surfaces along with the spontaneous
hydrolysis of C3 triggers the aternative pathway of the complement system (Lambris et al.,
2008, Sarma and Ward, 2011). As the alternative pathway does not depend on activation by
antibodies it is capable of being activated in less than 20 minutes (Lambris et al., 2008).

Each of the complement initiation pathways result in the hydrolysis of C3 to form C3b, which
is deposited onto bacterial surfaces (Okemefuna et al., 2008, Sarma and Ward, 2011). Factors
B and D bind to the surface C3b, which results in factor D cleaving factor B. One of the
products, factor Bb forms a complex with C3b to form C3 convertase, which is stabilised by
the binding of properdin, preventing binding and degradation by factors | and H. Meanwhile,
the concentration of C3b on the cell surface is increased by continuing hydrolysis of C3.
Alternative pathway (AP) C5 convertase is formed by the addition of a further C3b fragment
to C3 convertase (C4bC2aC3b). This degrades C5 to produce C5a and C5b. C5b induces the
formation of a multi-protein pore-forming membrane attack complex (MAC), incorporating
C6 - 9 (C5bC6C7C8CY9), which forms a hole in the membrane, lysing the cell (Sarma and
Ward, 2011).
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Cha, Cd4a and C3a are anaphylatoxins produced as a result of the activation of the
complement cascade. These glycoprotein fragments activate cellular responses such as the
release of phagocytes and an inflammatory response (Lambris et al., 2008, Sarma and Ward,
2011).
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Figure 1.23. Activation of the complement immune system by three different mechanisms. The classica pathway is
activated by antibody complexes on the pathogen cell surface, the lectin pathway by recognition and binding of microbial
carbohydrate ligands by mannose-binding lectin (MBL) and Ficolins (F) and the alternative pathway by spontaneous and
induced hydrolysis of C3. Each of the three activation pathways result in the cleavage of C3 to C3a and C3b. Amplification
of C3b amplifies the cascade, mediates immune response by binding complement receptors. C3b build-up and accumulation
leads to the assembly of C5 convertase which activate C5a and C5b; the latter of which is responsible for the formation of
the membrane attack complex (MAC). Figure adapted from (Lambris et al., 2008)

Each of the complement initiation pathways result in the cleavage of C3 and generation of
C3a and C3b. Antibody-antigen complexes recognised by Clg and terminal mannose
recognised by MBL trigger the activation and degradation of C4 into C4a and C4b.

Regulation of the complement proteins is vital as accumulation of protein complexes can
result in injury to the host tissue (Sarma and Ward, 2011). Complement-mediated lysis of
cells is regulated in a multitude of ways, primarily through the rapid inactivation and
degradation of components in the presence of cofactors and peptidases and through the
prevention of construction and activation of convertases and the MAC. For example, in the
presence of factor H, the protease factor | degrades C3b and C4b into severa inactive
fragments (Okemefuna et al., 2008, Sarma and Ward, 2011). Factor H, in addition to decay
acceleration factor (DAF) and C4 binding protein (C4BP) inhibits the assembly and activity
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of C3 convertase (Sarma and Ward, 2011). Cell-bound proteins CR1, CD59 and MCP assist
in regulating the complement response, protecting host tissues and cells from complement
lysis (Pangburn, 2000). Anaphylatoxins C3a and Cba are inactivated by cleavage at a C-
terminal arginine, drastically reducing biological activity (Sarmaand Ward, 2011).

14.2 Evason of the complement system by Borrelia and other

bacteria

Bacterial human pathogens are known to have complement evasion mechanisms, and these
mechanisms are frequently associated with the OmpA-like transmembrane protein family
(Vogt and Schulz, 1999). Evasion of complement-mediated killing is vital for bacterial
survival in mammalian hosts, and as such various evasion strategies have evolved to interfere
and inhibit each aspect of activation, regulation and activity (Figure 1.24) (Sarma and Ward,
2011). Immune evasion of Borrelia is one of the primary focal points of this research.
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Figure 1.24. Evasion of complement response by pathogens. Evasion of the CP is accomplished through the acquisition of

C1 inhibitor (C1-INH) which is endogenous to the host and through the capturing of antibody Fc regions. Many bacteria
including Borrelia acquire regulators of the complement response (RCA) (such as fH and fHL-1) to prevent activation of the
AP through the use of CRASPs. S. aureus is known to directly inhibit C3, C5, C3 & C5 convertases and the C5a receptor
(C5a). Pathogenic bacteria are aso known to contain proteases of proteins that capture proteases; which degrade components
of the complement cascade including C3 and C3b. Increased and decreased activity is represented by thick and thin arrows
respectively. Figure based on (Lambris et al., 2008).

Borrelia minimise any antigenic proteins on the surface (see section 1.2.4), presenting as few
targets to the hosts immune system as possible. Borrelia do not express LPS (Takayama et
al., 1987), antigenic Osps such as OspA and OspB that are not required for mammalian
infection are downregulated (Burkot et al., 1994, Cassatt et al., 1998, Schwan and Piesman,
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2000, Liang et al., 2004) and any proteins expressed on the surface when present in
mammalian hosts have an important function in surviva and/or immune evasion (Cassatt et
al., 1998, Hubner et al., 2001, Kim et al., 2004, Pa et al., 2004b, Krupka et al., 2011).
Surface exposed proteins involved in Borrelial immune evasion include: OspC, which binds
Salp15, a CD4" and lymphocyte inhibitor that also prevents recognition by TLRs and
antibodies (Anguita et al., 2002, Juncadella et al., 2008), DbpA, DbpB, enolase and BBK 32
which facilitate the binding to, and penetration of mammalian extracellular matrices (Potts
and Campbell, 1996, Guo et al., 1998, Brown et al., 1999, Schwarz-Linek et al., 2003).

CRASPs (OspE), which bind fH and fH-like proteins are vital to Borrelia preventing AP
activation of the complement cascade; with fH and fHL-1 bound C3b deposition and
accumulation on the cell surface is prevented along with the consequent complement
activation (Kraiczy et al., 2006, Rossman et al., 2006, Bhide et al., 2009, Kraiczy et al.,
2009, Sarma and Ward, 2011). Many different bacteria bind Factor H, through a variety of
proteins (Shaughnessy et al., 2009) and additional Factor H binding proteins of unknown
structure have been identified in B. afzelii and B. garinii (Bhide et al., 2009). It has been
shown in vitro that Borrelia can switch form from spiral shape to a cystic shape when
environmental conditions are unfavourable, switching back to the spiral motile form when
conditions are once again favourable; these cystic forms have been found in the brains of
deceased Alzheimer’s sufferers (Krupka et al., 2011).

Borrelial immune evasion is not accomplished entirely by the Spirochaete itself. As was
mentioned previously (section 1.3.2), Borrelial survival in the mammalian host is aided by
several proteins present in tick saliva: Salp20, IRAC, ISAC, which inhibit the formation of
C3 convertases and aid in removal of C3b deposits from cell surfaces (Vaenzulaet al., 2000,
Schroeder et al., 2007, Tyson et al., 2007, Gillet et al., 2009).

1421 Human factor H

Human factor H (fH) is a 155 kDa glycoprotein (Figure 1.25) (Herbert et al., 2006,
Okemefuna et al., 2008, Shaughnessy et al., 2009) composed of 20 short consensus repeat
(SCR) domains (Kraiczy et al., 2009) responsible for protecting the host cells from self-
inflicted damage from the immune system (Coleman et al., 2008). Each SCR domain

comprises approximately 60 amino acids, including four conserved disul phide bridge forming
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cysteines which are essential for the correct folding of the domain (Prosser et al., 2007,
Shaughnessy et al., 2009).

C3b binding site 1 C3b binding site 2 C3b binding site 3

Decay accelerating
activity

Figure 1.25. Representation of the domain structure of factor H. The locations of three C3b binding sites are highlighted
(Pangburn, 2000). Factor H is also known to bind heparin in SCRs 7, 9 and 20 modulating attachment to the extracellular
matrix. Apoptotic or necrotic cells bind fH through a number of ligands to protect the cells from autoimmunity; Histones for
example bind SCRs 1-4, 6-8 and 8-15 (Kopp et al., 2012). It is the four N-termina SCR domains (1-4) of fH that play arole
in the regulating complement responses such as cofactor activity and degradation activity, SCRs 19 and 20 allow attachment
of factor H to host cells for inhibition of complement activation at the cell surface (Kopp et al., 2012).

Factor H (along with fHL-1) is the mgor soluble regulator of the AP of complement
activation (Kraiczy et al., 2009, Shaughnessy et al., 2009), and one of the magor components
of blood plasma, present at a concentration of 200 - 300 pg/ml. The only complement protein
present in a higher concentration is C3 (1200 pg/ml). fHL-1 has seven SCR domains and is
derived from the fH gene (Kraiczy et al., 2006); these seven domains are identical with the
exception of the four C-terminal residues (Pandiripally et al., 2002) fH and fHL-1 degrade
and inhibit the formation of C3 convertases, and are cofactors of factor |-mediated
degradation of C3b (Bhide et al., 2009, Kraiczy et al., 2009, Shaughnessy et al., 2009). In
addition to controlling interactions between C5 and C9 on the cell surface. As was described
in the previous section, acquisition of fH is an important feature of bacteria complement
evasion and many bacteria have evolved proteins with this function. Borrelia are known to
bind fH and fHL-1 through CRASPs, Erps and OspEs (Hovis et al., 2006, Kraiczy et al.,
2009).

Certain SCRs have been identified as being targeted for pathogenic binding; SCR4 by S
pyogenes (Reuter et al., 2010), SCR6 in N. meningitidis and N. gonorrhoeae (Schneider et
al., 2009, Shaughnessy et al., 2009) and SCRs 19-20 in S. aureus (Haupt et al., 2008). It is
known that Borrelia bind fH using BbCRASPs 1 and 2 through SCR 7 (Reuter et al., 2010).
One study (Bhide et al., 2009) found that B. garinii contained a novel ~19 kDa protein that
bound human fH, identified as ‘BG0407°. In silico analysis conducted by the original authors
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evidence for this protein containing two coil-coiled formations, although our research
indicates that the proteinisa TM B-barrel (chapter 3).

1.5 Outer Membrane Proteins

Outer membrane proteins (Omps) are 3-Barrel proteins that span the outer membranes of all
Gram-negative bacteria, mitochondria and chloroplasts (Schulz, 2000). The number of -
stands varies between eight and twenty two (Khalid et al., 2006). There are multiple types of
TM B-barrel OM protein, all of which follow the same basic principles of construction as set
out below (Schulz, 2000). Aromatic amino-acids form an ‘aromatic girdle’ which sits in line
with the phosphorous hydrophilic outer layers of the membrane and ‘protects’ the inner core

of hydrophobic amino-acids in the centre of the strands (Arora et al., 2000).

Both the N and C termini are located at the periplasmic end of the barrel

The number of strands in a B-barrel is even

The B-strands are tilted at an angle of approximately 45 °; only one direction is
assumed in each protein as the other is not energetically favoured

The shear number of ap-barrel isthe generally n + 2, where n = the number of strands
All strands are connected to neighbouring chains and are anti-parallel to each other
The connections between the strands at the periplasmic end are designated as turns
and numbered T1, T2 etc; each turn is usually only a couple of residueslong

The connections between the strands at the external barrel end are usualy longer
loops and aredesignated L1, L2 etc

The surface of the B-barrel in contact with the non-polar interior of the membrane
mostly consists of residues with non-polar side chains

Around this non-polar section of the barrel, are hydrophilic side chains that contact
the area of the membrane where the non-polar interior meets the polar exterior

B-barrel proteins have high evolutionary sequence variability

The external loop regions of the protein are mobile and have very high sequence

variability

In addition to the principles laid out above, for B-barrel formation at least four of the five
residues with side chains pointing towards the membrane must be hydrophobic, with none of
the three central residues charged and residues on the inside of the barrel must have small
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side chains (Koebnik, 1999). OM proteins fulfil many roles in cell membranes and cellular
interactions of a wide range of Gram-negative bacteria, such as aiding in structural integrity
and adhesion to the extracellular matrices of host cells and (Beher et al., 1980, Prasadarao et
al., 1996).

151 OmpA & itsrolein infection & immune evasion

E. coli OmpA is a 35 kDa protein highly conserved protein within Gram negative bacteria
(Prasadarao et al., 1996) that comprises a 171 residue (~20 kDa) N-termina [-barrel
membrane-spanning domain (Figure 1.26) (Pautsch and Schulz, 1998, Pautsch et al., 1999)
and a globular C-termina periplasmic domain (Power et al., 2006) composed of
approximately 150 residues (Arora et al., 2000). OmpA is known to be involved in structural
stability, and translocation and invasion of endothelial cells (Prasadarao et al., 1996, Kim,
2001). OmpA expression is tightly regulated at the posttranscriptional level (Smith et al.,
2007). The entire protein sequence is 325 amino-acids long, with a 21 residue signal

sequence (Freud! et al., 1986).

Figure 1.26. The TM spanning domain of E. coli OmpA. A) Electrostatic surface of OmpA. B) Cartoon structure of
OmpA. Structure solved by X-ray crystallography at a resolution of 2.50 A (Pautsch and Schulz, 1998), RCSB PDB
accession 1BXW. Images produced using PyMol (Schrodinger, 2010).

OmpA from E. coli has been described as a heat-modifiable protein, due to the change in
migration on an SDS-PAGE. Whole OmpA pre-boiled above 60 °C in the presence of SDS
has been reported to migrate at a molecular weight of 35- 36 kDa (Beher et al., 1980, Freudl
et al., 1986), whereas OmpA not boiled migrates at 28 — 31 kDa (Freudl et al., 1986). Thisis
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thought to be due to a conformational change (denaturing) when boiled and the native protein
binding excess amounts of SDS (Freud! et al., 1986). E. coli OmpA is aknown bacteriophage
(Fernandez et al., 2001) and colicin receptor (Beher et al., 1980, Prasadarao et al., 1996)
through the outer loops (Buchanan, 1999).

The structure of the N-terminal B-barrel domain has been solved by both X-ray
crystallography (Pautsch and Schulz, 1998, Pautsch et al., 1999, Pautsch and Schulz, 2000)
and NMR spectroscopy (Arora et al., 2001), with the structures agreeing to a high degree.
Minor differences are found in the length of the -sheets of OmpA in solution compared to
crystals, but the overall barrel shape remains the same (Arora et al., 2001). Previous analysis
of the peptide sequences has found that the -strands are well conserved, whereas the loop
regions are highly variable (Power et al., 2006). The C-termina doman of OmpA is
composed of residues 172-325 and is known to interact with periplasmic peptidoglycan
(Buchanan, 1999, Power et al., 2006), helping maintain the structural integrity of the cell
(Hong et al., 2006).

It has been shown that OmpA has multiple functionsin E. coli: in addition to aiding structural
integrity and maintaining shape (Prasadarao et al., 1996, Jeannin et al., 2002), it plays an
important role in mediating pathogenesis and virulence of bacteria in humans (Fernandez et
al., 2001). This includes adherence to, and invasion of mammalian cells (Ferndndez et al.,
2001, Jeannin et al., 2002) and facilitating translocation of the blood-brain barrier (BBB)
through brain microvascular endothelia cells (BMECs) (Kim, 2001). Transocation of the
BBB has been shown in neonatal meningitis-causing E. coli (Prasadarao et al., 1996). E. coli
OmpA is known to bind the 96 kDa glycoprotein Ecgp present on the surface of mammalian
cells (Niemann et al., 2004), which is a potential as atrigger for the accumulation of cellular
actin under the host cell surface, and the endocytic process by which translocation occurs
(Prasadarao et al., 1999). OmpA in Cronobacter has been shown to aid invasion of human
intestinal epithelial cells (Kim et al., 2010). The membrane spanning domain of E. coli
OmpA has sequence homology to one protein expressed on the surface of N. gonorrhoeae
thought to be involved in epithelia cell invasion, while the periplasmic C-terminal domain
shares sequence homology to a complement resistance protein aso in N. gonorrhoeae
(Prasadarao et al., 1996) suggesting a similar role in E. coli pathogenesis. OmpA has been
shown to exhibit large ion channel conductance in vitro, potentially due to the presence of

hydrophobic residues lining the centre of the barrel (Hong et al., 2006). Thisis in contrast to
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the crystal structure, which shows no continuous channels consistent with a transport
function. A possible explanation for this would be a molecular “‘gate’, initially formed by
strong electrostatic interactions between residues Arg138 and Glu52 blocking ion transport.
This ‘gate’ is speculated to be ‘opened’ by formation of electrostatic interactions between
Glus52 and Lys82 instead of Argl38 (Smith et al., 2007). V. cholera have been shown to
control the release of OM vesicles by limiting expression of OmpA as a mechanism of
defence against UV damage; repression of OmpA expression results in an increased number
of vesicles being produced, providing further evidence for the role of OmpA stabilising the
OM (Song and Wai, 2009). Small TM [-stranded proteins have also been implicated with
lipid metabolism in the OM of bacteria (Hong et al., 2006).

E. coli, N. meningitides, H. influenza type b and S. pneumoniae meningitis causing pathogens
are able to pass from the blood of the infected host to the central nervous system (CNS)
without affecting the structure and reliability of the BBB (Kim, 2001). It has been shown that
the N-terminal loop regions of OmpA that protrude from the surface of the bacterium
contribute to invasion of brain micro vascular endothelial cells (BMECs) and that OmpA
positive (OmpA™) strains of E. coli were 25-50 fold more efficient than OmpA™ strains at
invading BMECs in vitro (Prasadarao et al., 1996). It was also found that BMECSs incubated
with purified OmpA, synthetic OmpA loop regions and OmpA antibodies prior to the
introduction of OmpA™ E. coli caused significant inhibition of the invasion of OmpA™ strains
of E. coli (Prasadarao et al., 1996). OmpA from E. coli have been shown to induce humoral
and cytotoxic responses, and it was found that OmpA deficient E. coli have reduced virulence
and capacity to invade mammalian cells (Jeannin et al., 2002). OmpA from E. coli has been
shown to bind complement binding protein 4 (C4bp), which is an inhibitor of C3b activation
viathe classical complement activation pathway and to aid in biofilm formation (Smith et al.,
2007).

152 OmpW

OmpW is a 192 residue, 21 kDa B-barrel protein that spans the outer membrane of E. coli
(Figure 1.27) (Albrecht et al., 2006). OmpW has been shown to display the properties of a
hydrophobic channel (Hong et al., 2006). The centre of the barrel of OmpW is largely
hydrophobic and has a large hydrophobic binding pocket in the centre of the extracellular

loop regions which extends towards the centre of the barrel. This ends at a ‘gate’ comprised

Page | 67



of a leucine and a tryptophan residue approximately halfway in the membrane spanning
region, just below a gap in the outer surface of the barrel postulated to be the channel exit
(Hong et al., 2006). Hydrophobic molecules generally have difficulty passing through the
LPS layer on most bacterial surfaces, hence the need for a hydrophobic transporter,
potentially delivering molecules to the middle of the membrane via the hydrophobic channel
and agap in the side of the barrel (Hong et al., 2006).

Figure1.27. E. coli OmpW. A) Electrostatic surface of OmpW. B) Cartoon structure of OmpW. The structure was solved in
2005 at a resolution of 3.0 A (Hong et al., 2006). Data retrieved from the RCSB PDB using accession 2F1T, images
produced using PyMOL (Schrédinger, 2010).

OmpW possesses a binding site similar to glycerol binding sites in other proteins (Hong et
al., 2006). This is unusua as the centre of [(-barrels are generally hydrophilic. A small
number of proteins are known to have a hydrophobic binding pocket and these bind
hydrophobic molecules (Hong et al., 2006). OmpW has been shown in E. coli to be regul ated
by the availability of iron, and upregulated in E. coli infection of mice (Albrecht et al., 2006);
homologues of OmpW are thought to be involved in adaptation to stress conditions (Hong et
al., 2006). OmpW from V. cholerae has been shown to exhibit immunogenic properties
(Albrecht et al., 2006).

153 OmpX

OmpX is an 18 kDa, 172 residue membrane spanning B-barrel protein with a 23 residue N-
terminal signa sequence (Figure 1.28) (Stoorvogd et al., 1991, Vogt and Schulz, 1999).
OmpX has eight internal cavities within the barrel (though none of these span the barrel),
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composing a H-bonding network that incorporates severa charged residues; the barrel of

OmpX resembles an inverse micelle (Vogt and Schulz, 1999).

Figure 1.28. E. coli OmpX. A) Electrostatic surface of OmpX. B) Cartoon structure of OmpX. Structure solved by X-ray
crystallography at a resolution of 1.9 A in 1999 (Vogt and Schulz, 1999), data retrieved from the RCSB PDB (accession
1QJ8). Images produced using PyMOL (Schrodinger, 2010).

OmpX is a mediator of mammalian cell adhesion, a regulator of complement evasion
(Ferndndez et al., 2001) and isinvolved in neutralising host defence mechanisms (Kim et al.,
2010). E. coli OmpX is homologous to membrane proteins PagC and Rck (from Salmonella
typhimurium), Ail (from Yersinia enterocolitica) and the bacteriophage Lom; these proteins
enabl e the respective bacteria to adhere to mammalian cells, and inhibit lysis by complement
(by preventing formation of the MAC) (Pautsch et al., 1999, Vogt and Schulz, 1999). Studies
have shown that an increase in OmpX expression in E. cloacae increases the infectiveness of
this bacteria in rabbits (Vogt and Schulz, 1999). The [B-sheets that protrude into the
extracellular space are rigid unlike those in OmpA and may be used to facilitate mammalian
cell adhesion and complement evasion by binding to proteins with a complementary 3-strand
(Vogt and Schulz, 1999, Schulz, 2000).

154 A structural comparison of OmpA, OmpX and OmpW

OmpX, OmpW and the transmembrane domain of OmpA each consist of eight anti-parallel
-sheets (Pautsch and Schulz, 1998, Pautsch et al., 1999, Pautsch and Schulz, 2000, Albrecht
et al., 2006, Hong et al., 2006), each with four extracellular loops and three periplasmic turns
(Figure 1.29 A). OmpW has a small a-helical region present in L3 (Hong et al., 2006) which
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the OmpA and OmpX do not. OmpX shares the same [-barrel topology as OmpA and
OmpW, but has a different shear number (8 compared to OmpA and OmpW, which both
have a shear number of 10) and different hydrogen bonding within the centre of the barrel
(Vogt and Schulz, 1999, Pautsch and Schulz, 2000, Hong et al., 2006). Each of the proteins
has an internal H-bonding network (Figure 1.29 B) that appears to leave very little space for
molecules to pass through the barrel, although as mentioned it is possible that both OmpA
and OmpW have an internal molecular gate’ (sections 1.5.1 & 1.5.2)

Figure 1.29. OmpA, W and X from E. coli. A) Blue regions are extracellular loop regions and sections of the B-barrel
protruding into extracellular space, B-sheets highlighted red are membrane spanning, green regions are periplasmic,
extending below the outer membrane. The periplasmic C-terminal domain of OmpA is not included. B) Top down view of
OmpA, OmpW and OmpX showing the overall barrel shape in addition to hydrogen bonds across the centre. Residues are
coloured as follows: red — negatively charged, blue — positively charged, green - hydrophobic, orange — polar uncharged. All
protein structure images prepared using PyMOL (Schrodinger, 2010) and .pdb files from the RCSB protein data bank;
accession numbers 1BXW, 2F1T and 1QJ8 respectively (Pautsch and Schulz, 1998, Pautsch et al., 1999, Vogt and Schulz,
1999, Hong et al., 2006). The top-down view suggests that these proteins do not function as channels due to the packing of
side-chains within the centre of the barrel.

OmpX, like OmpA and OmpW provides evidence that the membrane-spanning region of the
protein is much more highly conserved than the loop regions (Vogt and Schulz, 1999).
OmpW has longer extracellular loop regions than OmpA (which in turn has longer loops than
OmpX (Fernandez et al., 2001)), in addition to one extracellular a-helix and multiple -
sheets. The periplasmic turn T3 isavery tight turn, and is common in both OmpA and OmpX
(Vogt and Schulz, 1999). The fina three C-terminal residues of the barrels are tyrosine, any
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residue and phenylalanine, this appears to be common to all Gram-negative [-barrel OM
proteins and may be essential for folding (Vogt and Schulz, 1999) (section 3.2, Figure 3.6).
Another differenceisin the top-down shape of the barrel, OmpA is amost circular, OmpW is
eliptical and OmpX more dliptical and thinner than OmpW. As mentioned previously, a key
feature of the B-barrel is the “girdle’ of aromatic residues (highlighted yellow, Figure 1.30)
that orients the protein in the membrane and borders the hydrophobic regions of the -strands
(Vogt and Schulz, 1999, Pautsch and Schulz, 2000, Schulz, 2000).

Figure 1.30. The aromatic girdle of OmpA, OmpW and OmpX. L-R: OmpA, OmpW, OmpX. The loops, transmembrane
regions and periplasmic turns are coloured blue, red and green respectively. The residues making up the aromatic girdle have
been shown as ‘sticks” and coloured yellow. All protein structure images prepared using PyMOL (Schrddinger, 2010) and
.pdb files from the RCSB protein data bank; accession nhumbers 1BXW, 2F1T and 1QJ8 respectively (Pautsch and Schulz,
1998, Pautsch et al., 1999, Vogt and Schulz, 1999, Hong et al., 2006).

1.6 Aimsof theresearch

More target proteins expressed by Borrelia are required for a number of reasons; the
exposure of very few antigenic lipoproteins during mammalian infection means that current
diagnostic systems are very unreliable and treatment of middle and late stage Lyme disease /
neuroborreliosis is challenging. Identification of more surface exposed proteins during
mammalian infection would aid in production of more accurate diagnostic tests, treatments
and vaccines, in addition to developing a better understanding of understanding of the

molecular mechanisms of dissemination, invasion and immune evasion.

It has been shown that Borrelia contain a small number of membrane spanning -barrels such
as P66. This coupled with the existence of an orthologue of the B-barrel assembly apparatus
BamA and the Sec pathway, suggests that it is possible that Borrelia produce other, so far

unknown, integral membrane protein analogous to Gram-negative bacteria. If thisis the case,
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it is likely that some of these proteins might closely resemble the prototypica OmpA-like
membrane spanning domain described previously (section 1.5.1) due to its simplicity and
high conservation among other proteobacteria The fact that this protein has not been
identified to date is likely due to the difficulties in predicting B-barrels, which are much
harder to identify than lipoproteins, and the fact that Borrelia as Spirochaetes are not closely

related to Gram-negative bacteria. It also hints at low levels of expression.

OmpA is known to have multiple important cellular functions and be expressed in numerous
Gram-negative bacteria throughout mammalian infection. The ability to evade the
complement immune system is common to al Gram-negative bacteria and is known to be
connected with the OmpA-family of proteins (Vogt and Schulz, 1999). Spirochaetes have a
double membrane structure like E. coli, athough very few TM spanning proteins have been
identified to date. It is known that Borrelia has a BamA orthologue (Lenhart and Atkins,
2009), used in E. coli to assemble the 3-barrel at the OM. The results from study (Prasadarao
et al., 1996) clearly highlight the important role that outer membrane proteins, and in
particular OmpA plays in the invasion of the CNS in E. coli. As it has been shown that
Borrelia also translocate across the BBB to invade the CNS (Athreya and Rose, 1996,
Kurtenbach et al., 2006) it is highly possible that OmpA-like proteins are present in Borrelia
and that they play asimilar role. As OmpA from E. coli interacts with the peptidoglycan layer
and Borrelia is structured differently it is more likely that Borrelia contain OmpX or OmpW
than OmpA, hence our protein is named OmpB. As OmpW functions as a transporter of
hydrophobic molecules across the outer membrane it can be reasoned that Borrelia should
contain OmpW.

In summary the aims of this research were:
To conduct bioinformatic analysis of the Borrelial genome and identify any potential
OmpA-like genes.
Characterise and determine if the protein coded for resembled an OmpA-like protein
Identify any binding (such as fH or the extracellular matrix)
Identify any roles with the bacteria.
Characterise the structure of the protein through various methods such as CD, SAXS
and X-Ray crystallography

Determine if the protein(s) were most similar to OmpA, OmpX or OmpW.
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Chapter 2. Materials& Methods

2.1 Materials

DNA samples of B. garinii (71186B) and B. afzelii (70250B) were supplied by Dr Gabi
Margos (The University of Bath) in the form of whole DNA extracted from infected I.
ricinus. Samples of DNA from B. burgdorferi s.s. PKa2, B. afzelii PKo and B. garinii PRef
were supplied by Dr. Volker Fingerle and Cecilia Hizo-Teufel, National Reference Centre for
Borrelia, LGL, Germany. Cell stocks were purchased from New England Biolabs (Hitchin,
UK) and Merck (Merck Serono Ltd, Middlesex, UK). Plasmids were purchased from
Novagen (Merck Serono Ltd, Middlesex, UK). All standard lab reagents were purchased
from Fisher Scientific UK (Loughborough, UK) or Sigma-Aldrich Company UK
(Gillingham, UK).

Page | 73



21.1 Reagents, buffersand purchased media

Chemical or Reagent Abbreviation Supplied by
Acrylamide: Bis-Acrylamide 37.5 : 1 (40 % v/v solution/electrophoresis) Bis-Tris Fisher
Agar - Fisher
Agarose (DNase and RNase free) - Fisher
Ampicillin sodium salt Amp Fisher
Ammonium persulphate APS Sigma
L (+) arginine hydrochloride Arg Fisher
[-mercaptoethanol BME Fisher
Bovine Serum Albumin BSA Sigma
Bradford Reagent - Invitrogen
5-Bromo-4-chloro-3-indoyl-3-D-gal actopyranoside X-Ga Fisher
3-[(-Chloamidopropy!)dimethylammoni o] - 1-propanesul phonate CHAPS Fisher
Chloramphenicol Chl Fisher
L(+) cysteine - Fisher
Dimethyl sulphoxide DMSO Fisher
Disodium hydrogen orthophosphate - Fisher
Dithiothreitol DTT Fisher
DNase - Sigma
Ethanolamine - Fisher
Ethidium Bromide Et-Br Fisher
Ethylenediaminetetraacetic acid EDTA Fisher
Guanidine hydrochloride GuHCl Fisher
HEPES crystals - Fisher
Imidazole - Fisher
Isopropyl B-D-1-thiogal actopyranoside IPTG Fisher
Kanamycin sulphate Kan Fisher
Lauryldimethylamine-oxide LDAO Sigma
Lysozyme - Sigma
Monoolien MO Sigma
n-octyl-p-D-glucoside 0oG Sigma
n-octyltetraoxyethylene C8E4 Sigma
Polyethylene glycol 8000 PEG 8000 Fisher
Potassium phosphate monobasic - Fisher
Protease inhibitor cocktail (EDTA free) - Sigma
Sodium dodecyl sulphate SDS Sigma
Sodium phosphate monobasic - Fisher
SYBR-Safe - Intvitrogen
Tetramethyethylenediamine TEMED Sigma
Tris(hydroxymethyl)aminomethane-base Tris Fisher
Tris(hydroxymethyl)aminomethane-HCI Tris-HCI Fisher
Triton X-100 - Fisher
Tryptone - Fisher
TWEEN-20 - Sigma
Urea - Fisher
Y east extract - Fisher

Table 2.1. Chemicals and reagents used in thisresearch. Standard chemicals not listed were purchased from either Fisher

Scientific or Sigma-Aldrich.
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Buffer / Media

Composition

50x 5052

Agar plates

Agar-Kan plates
Agar-Kan/Chl plates
Agar-Amp/X-gal plates
Agar-Amp/Chl/X-gal plates
Autoinduction media
BSK-H medium, complete
Coomeassie Blue stain
Coomeassie Destain
Elution buffer

FPLC Buffer A

FPLC Buffer B

Lysis buffer

Lysogeny Broth (LB)

Lysogeny Broth-Amp (LB-Amp)
Lysogeny Broth-Amp (LB-Amp/Chl)
Lysogeny Broth-Kan (LB-Kan)
Lysogeny Broth-Kan (LB-Kan/Chl)
MES running buffer

20x NPS

PBS (1x)

PBS-TWEEN (0.05%)

Refolding buffer 1 (RF1)
Refolding buffer 2 (RF2)
Refolding buffer 3 (RF3)
Refolding buffer 4 (RF4)
Resolubilisation buffer

Transfer buffer
Tris/borate/EDTA (TBE)

TBS (1x)

TBS-TWEEN

TSS Buffer

SAXS 0.1 % LDAO buffer
SAXS0.01 % LDAO buffer
Sample Loading Solution (SLS)
Size exclusion buffer

Source Outgrowth Control (SOC)
Media

Salt buffer

Wash buffer

25 % (w/v) a-lactose, 2.5 % (w/v) glucose, 10 % (w/v) glycerol
LB with 1.5 % (w/v) agar

LB-Kan with 1.5 % (w/v) agar

LB-Kan/Chl with 1.5 % (w/v) agar

LB-Amp with 1.5 % (w/v) agar and 40 pg/ml X-gal
LB-Amp/Chl with 1.5 % (w/v) agar and 40 pug/ml X-gal

1 % (w/v) tryptone, 0.5 % (w/v) yeast extract, 1x NPS, 1x 5052

0.1 % w/v Coomassie R250, 10 % v/v glacial acetic acid, 40 % methanol

10 % (v/v) glacial acetic acid, 20 % (v/v) methanol

0.5M NaCl, 0.5 M imidazole, 50 mM Tris, 0.1 % (w/v) LDAO, pH 8.0

6 M GuHCI, 0.5 M NaCl, 50 mM Tris, pH 8.0

6 M GuHCl, 0.5 M NaCl, 50 mM Tris, 0.5 M imidazole, pH 8.0

500 mM NaCl, 50 mM Tris, 0.4 ug/ml lysozyme, 10 mM [-mercaptoethanol, 0.1 %
(v/v) Triton X-100, pH 8.0

1% (wi/V) tryptone, 0.5% (w/v) yeast extract, 1% (w/v) NaCl

1% (wi/v) tryptone, 0.5% (w/v) yeast extract, 1% (w/v) NaCl, 100 pg/ml Amp
LB-Amp with 34ug/ml Chl

1% (wi/v) tryptone, 0.5% (w/v) yeast extract, 1% (w/v) NaCl, 50 pg/ml Kan
LB-Kan with 34ug/ml Chl

1M NaHPO,4, 1 M KH,PO,4, 0.5 M (NH,),SO,

137 mM NaCl, 2.7 mM KClI, 4.3 mM NaHPOQO,, 1.47 mM KH,PO,, pH 7.4
1x PBS, 0.05% (v/v) TWEEN-20, pH 7.4

4 M GuHClI, 0.5M NaCl, 50 mM Tris, 0.1 % (w/v) LDAO, pH 8.0

2 M GuHClI, 0.5 M NaCl, 50 mM Tris, 0.1 % (w/v) LDAO, pH 8.0

1M GuHCI, 0.5M NaCl, 50 mM Tris, 0.1 % (w/v) LDAO, pH 8.0

0.5 M NaCl, 50 mM Tris, 0.1 % (w/v) LDAO, pH 8.0

8 M Urea, 0.1 M Tris, 1 mM EDTA, 2 mM DTT, pH 8.0

1.45% (w/v) Tris, 7.2 % (w/v) glycine, 20 % (v/v) methanol

Supplied as 10x and diluted to 0.5x in distilled water

0.15M NaCl, 20 mM Tris-HCI, pH 7.4

1x TBS, 0.05 % (v/v) TWEEN-20, pH 7.4

10 % (w/v) PEG 8000, 30 pM MgCl,.6H,0, 1.25 % (v/v) DM SO, LB up to volume
0.3 M NaCl, 50 mM Tris, 0.1 % (w/v) LDAO, pH 8.0

30 mM NaCl, 5 mM Tris, 0.01 % (w/v) LDAO, pH 8.0

0.5M NaCl, 50 mM Tris, 0.1 % (w/v) LDAO, pH 8.0

0.3 M NaCl, 50 mM Tris-HCI, pH 8
6 M GuHClI, 0.3 M NaCl, 50 mM Tris-HCl, 20 mM imidazole, pH 8

Table 2.2. Buffers and Media used throughout this research.

BSK-H media was purchased from Sigma-Aldrich

Company Ltd, SLS from Invitrogen and SOC from NEB.
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PCR, restriction digest and ligation reagents Supplied by

BamHI (20,000 U/ml) NEB
BenchTop 1000 bp DNA Ladder Promega
Bglll (10,000 U/ml) NEB
6X Blue/Orange Loading Dye Promega
DNA Step Ladder (50 bp increments) Promega
dNTP mix (10 mM each) Promega
EcoRI (20,000 U/ml) NEB
GoTaq Flexi Green Buffer (5 x) Promega
GoTaq Hot Start Polymerase (5 U/pl) Promega
Hindl1l (20,000 U/ml) NEB
MgCl, (25 mM) Promega
NEBuffer 2 NEB
NEBuffer 3 NEB
NEBuffer EcoRl NEB
T4 DNA Ligase (400,000 U/ml) NEB

Table 2.3. PCR reagents, enzymes and buffersused in thiswork. T4 DNA Ligase was diluted in nuclease free water to a
concentration of 1 U/ul before use. All enzymes were used neat.

21.2 Primers

All of the primers used in this work were designed using OligoExplorer 1.2 and
OligoAnalyzer 1.2 (Genelink) (Table 2.4, Table 2.5 & Table 2.6). Primers were purchased
from Eurofins MWG Operon (Ebersberg, Germany). Primers were supplied lyophilised and

were diluted to a concentration of 100 pmol/pl using nuclease free water.

Target Primer  Sequence (5’-3") Length (bp) T, (°C)

PepX PepXIF TTA TTC CAA ACC TTG CAA TCC 21 55.1
PepXIR TGI GCC TGA AGG AAC ATT TG 20 56.1
PepXOF ACA GAG ACT TAA CGCT TAG CAG 21 55.9
PepXOR GIT CCA ATG TCA ATA GIT TC 20 51.2

UvrA UvrAlIF  GCT TAA ATT TTT AAT TGA TGTI TGG 24 525
UvrAIR CCT ATT GGTI TTT TGA TTT ATT TG 23 51.7
UVrAOF GAA ATT TTA AAG GAA ATT AAA AGT AG 26 52.2
UvrAOR CAA GGA ACA AAA ACA TCT GG 20 53.2

Table 2.4. Primers for the nPCR amplification of housekeeping genes PepX and UvrA. The primers amplify
housekeeping genes as positive controls. The sequences supplied by Dr. G. Margos (University of Bath). The first four
letters of the primer designation refer to the gene being amplified, and the last two letters of detail that primers function: O is
a primer used in the first (outer) amplification of the target gene and a selection of the surrounding sequence, whereas | is
used in the second (inner) amplification of the target gene alone. The letters F and R respectively denote whether the primer

isforward or reverse.

Borrelial UvrA is a homologue of a DNA repair protein found in E coli and many other
bacteria; that is in conjunction with several other proteins responsible for repairing DNA

damage through excision of nucleotides (Sambir et al., 2011).
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PepX is a dipeptidyl aminopeptidase commonly used along with UvrA and several other
proteins as a housekeeping gene in evolutionary genetic studies of Borrelia (Margos et al.,
2008).

Target Primer Sequence (5°-3) I(b%;gth Tm (°C)
AOOZGIFL  CAA GGG TAA TAA TTT TAA AAG AAT GCA G 28 578
AOO26IF2  ACA AGG GTA ATA ATT TTA AAA GAA TGG AG 29 58.2
AOO26IRL GTT TTC ATA TTT TTG TTT CAT TTT TAT CC 29 55.4
BAPKO 0026 A0026IR2 AGT TTT CAT ATT TTT GIT TCA TTT T 25 49.9
(QOSPD7) AOO26OFL TTC AAA ATA TGC CTC TTA AAC CCA ATA AGG 30 613
AOO260F2 CAA AAT ATG CCT CTT AAA CCC AAT AAG G 28 60.7
AOO260R1 GGA TTC GCT TGA GCA TGC TAG TAG 24 62.7
AOO260R2 AAT ATG GAT TCG CTT GAG CAT GCT AGT AG 29 63.9
GO027IFL  CAA GGA TAG TAA TTT TAA AAG AAT GGA G 28 578
GO027IF2  GGA TAG TAA TTT TAA AAG AAT GGA GA 26 55.3
GO027IRL GTT TTC ATA TTT TGT TTC ATT TTG TC 26 538
BG0027 GO027IR2  TTC ATA TTT TTG TTT CAT TTT TGT C 25 515
(QB62Y5) GO0270FL GAT TCT CAA TAT AAG AAA AGC TAA GCT AC 29 59.6
GOO270F2 GGA TAG TAA TTT TAA AAG AAT GGA GA 30 50.9
GO0270R1 CCT CTT GGA TTG AAC TGC CTA AAA TG 26 616
GO0270R2 CTA GIT GGG AAA ATA TGG ATT CGC TTG AGC 30 65.4
AOA22IFL  TTG AAT ATA AAA AAG GAG AAT TTC A 25 515
AOA22IF2  ATA AAA AAG GAG AAT TTC AAT GAG o 525
AO422IR1  TTT AAA ATT TTT TAT CAT TTA TTC TCCA T 29 525
AO422IR2  TTT ATC ATT TAT TCT CCA T 19 437
BAPKO_0422  16,550F1 ATA CAG TCA AGT AGT ATA ATA ATA CCT GT 29 612
AO4220F2 ACA GIC AAG TAG TAT AAT AAT ACC TGT AT 29 61.1
AO4220R1 GAT TGC CTA TTC CAA TAC CCA TTG 24 613
AO4220R2 GGA TTG CCT ATT CCA ATA OCC A 22 60.7
GO4O7IFL  TAT AAA AAA GGA GAA TTT CAA TGA GA 26 538
GO407IF2  GGA GAA TTT CAA TGA GAA TGC 21 54.0
GO407IRL TTT TAA AAT TTT TTA TCA TTT ATT CTC CAC 30 545
040 GO407IR2 CCA CTA TAT ATA TAT TTT GAT AAA GCC TG 29 58.2
BGO407 GO4070OFL AAG ATT AAC ATC AAT ACC CAG TCA AGT AGT 30 613
GO4070OF2 ACC CAG TCA AGT AGT ATA ATA ATA CCT AT 29 50.6
GO4070OR1 GAT GCA AAA GAA AGG TGT GCT ACA CC 26 632
GO4070R2 CTT CTT CCT TGC TGC ATC TGA CC 23 62.4

Table 2.5. Primersfor the amplification of target genes. The primers were named according to the species of bacteria— A
for Borrelia afzdlii and G for Borrdia garinii, followed by the locus name — e.g. 0407, after which is the stage of nPCR —
Inner or Outer, then the direction the primer will amplify — Forward or Reverse. In each instance, multiple primers were

designed to screen for optimal combinations. Thisisindicated by the final number in the primer designation.

Restriction enzymes to be used in cloning were selected to be compatible in sequential
digests. Before primer design the genomic sequence was checked to ensure the recognition
sequence of chosen enzymes was not present at any point in the gene. The gene sequences to
be targeted were run through a web server (NEBcutter v2.0) on the New England Biolabs
website to determine which recognition sites were naturally present in the genetic sequence
(Figure 2.1).
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Figure 2.1. Restriction sites present throughout the gene BAPK O_0422. Graphical output from NEBCutter v2.0. Each
enzyme present in the figure above digested the expected genomic sequence at some point, making it unsuitable for use in
the project.

From analysis of the genetic sequences to be targeted, BamHI and HindlIl were chosen for
use in restriction digestion as the restrictions sites were not present at any point in the gene.
Primers were designed for the addition of these restriction sites to PCR product (Table 2.6).

Length

Target Primer Sequence (5’-3") (bp) Tm (°C)
BAPKO 0026 AO0026CF GCA TGG ATC CGC ACG CAG TTA TTG ATA (A 29 50.71
— A0026CR ATC GAA CCT TCT ACA ATT TAT TTA CAT TTA CIG 33 45.71
BG0027 GO0027CF GCA TGG ATC CGG CAG TCA ACA TTG ATA 27 45.60
G0027CR ATC GAA GCT TCT ACA ATT TAT TTA CAT TTA CT 32 42.19
BAPKO 0422 AQ422CF GCA TGG ATC CGC AAT CAA AAA GCA AAACTA T 31 52.67
— A0422CR ATC GAA GCT TTC ATT TAT TCT CCA TTA TAT ATA 33 44.85
BGO407 GO407CF GCA TGG ATC CGA CCA ATC AAA AAG CAA ATC T 31 54.57
G0407CR ATC GAA GCT TCT ATA TAT ATA TTT TGA TAA AGC C 34 44.82

Table 2.6. Primers for the addition of restriction sites. Bases highlighted in red show the restriction sites. The four bases
at the beginning of each primer were added to increase restriction enzyme efficiency. The calculated T, does not include the
bases for digestion or those prior. T, calculations carried out using the Applied Biosystems T, calculator
(http://www6.appliedbiosystems.com/support/techtool g/cal /).

2.1.3 Plasmid vector

For cloning of genes, the plasmid pET-47b(+) was selected. pET-47b(+) was chosen for a
variety of factors, including the presence of; a T7 promoter site, N-terminal histidine tag and
a HRV-3C cleavage site (Figure 2.2 & Figure 2.3). pET-47b(+) aso has a kanamycin

resistance gene for selective growth.
The T7 RNA polymerase gene only allows transcription of DNA downstream with a low

error rate; T7 RNA polymerase is highly selective for its promoter sequence and synthesises

RNA many times more efficiently than E. coli RNA polymerase (Tabor, 2001). Induction by
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IPTG for expression by a T7 promoter is generaly believed to produce the best expression

for membrane proteins (Hunte et al., 2003).

This plasmid also has a wide selection of restriction sites available and a HRV-3C cleavage
siteto remove the His-tag if required. The His-tag was selected to enable IMAC purification.
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Figure 2.2. Plasmid map of pET-47b(+) (Novagen). Visible are the Kanamycin resistance gene, the T7 promoter and the

lac operon. (useful for autoinduction).
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Figure 2.3. The cloning and expression region of pET-47b(+) (Novagen). The restriction sites chosen for use in this
research — BamHI and Hindlll are highlighted in red. Also highlighted in blue are the His-tag and HRV-3C cleavage sites.

The T7 promoter can be seen upstream of the His-tag
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2.2 Methods
221 Nested PCR amplification and cloning of targets

A master mix containing all reagents, with the exception of DNA and both primers was
prepared before each set of PCRs. This master mix contained enough reagents for all the
planned PCRs plus one extra to allow for unavoidable pipetting errors. Each PCR master mix
contained: 1 unit Tag polymerase, 10 ul reaction buffer (1x), 2 mM MgCl, and 0.25 mM of
each dNTP. Thiswas added to tubes containing 2 pl of DNA (or initial reaction) and 2 uM of
each primer. The DNA used for amplification was that supplied by Dr Gabi Margos, this was
diluted 1:5 in nuclease free water prior to amplification.

The first stage of NPCR uses template gDNA and a set of primers encompassing a target
approximately 150-300 base pairs larger than the fragment. This followed the protocol laid
out for twenty cycles. The second stage of nPCR uses 2 pl of reaction from the initial
amplification as a template and primer pairs much closer to (and sometimes overlapping) the
target gene. The heating procedure for the first step was applied again, with thirty five cycles
used. The annealing temperature was again adjusted based on the T, of the primers used.
Initially nested PCR was used to amplify the UvrA/PepX housekeeping genes from B.

garinii.

Once the amplification of the target genes was complete, the genes were purified using a
Qiaguick PCR Purification kit purchased from Qiagen (Manchester, UK). PCR using
overhang primers designed for the specific restriction enzymes BamHI and Hindlll was

carried out on the targets in preparation for restriction digests.

2.2.2 Restriction digest and production of DNA constructs

The restriction enzymes BamHI and Hindlll were used for digesting pET-47b(+) and
prepared genes Following an enzyme compatibility chart on the New England Biolabs
website (New England Biolabs) the restriction digests were carried out sequentially. The
reaction mix for the initia digest consisted of 3 yl DNA, 1 ul neat enzyme, 2 pl of
appropriate NEBuffer and nuclease free water up to a total volume of 10 pl. The second
digest reaction mix consisted of: the 10 pl first reaction, 1 pl of enzyme, 4 ul NEBuffer, 1x
(40 ng) BSA (required for BamHI digests) and nuclease free water up to atotal volume of 20
ul. Each restriction digest was incubated at 37 °C for one hour with gentle shaking (120 rpm).
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Once the digest was complete the DNA was purified using a QIAquick PCR Purification kit
(Qiagen, Crawley, UK) and eluted in 30 pl nuclease free water. This produced pure
insert/plasmid DNA ready for cloning. In addition to removing any enzymes and buffer
components present in the samples, the purification step also removes small unwanted
fragments of DNA, for example the extra bases next to each restriction site and the small
fragment produced by the digestion of pET-47b(+).

DNA concentrations were determined using the absorbance at 260 nm and the equation
below (equation 1). The number 50 is used as a DNA concentration of 50 pug/ml produces an
absorbance of 1 at 260nm.

Concentration (pg/ml) = (A260 — A320) x 50 x dilution factor

Equation 1. Calculating the concentration of DNA.

The Azgy was then used in conjunction with the Az to calculate the purity of the DNA
sample as shown below (equation 2). For the sample to of an acceptable purity, the ratio had
to be above 1.5.

Az
Sample purity = Azm

280

Equation 2. Calculating DNA purity.
To have alarge enough sample volume for use in alow capacity cuvette (70 pl capacity) the
sample was diluted by a factor of 3. Both the concentration and the purity ratios were
calculated.

The volumes required for ligation were determined by: calculating the volume of plasmid
DNA required to give 1 ng of DNA, then calculating the difference in size of the insert and
plasmid as aratio, before using that to deduce the volume of insert DNA to use.

The ligation reaction protocol went through severa iterations before one was found that
produced gene constructs. The concentration of ligase was increased 10 fold (to the neat
solution), and the ATP concentration was increased to 2 mM (from 1 mM in the initia
buffer). These incorporated changes were not successful either in conjunction or separately.
Different ligation temperatures and incubation times were trialled. 23 °C for one hour with
shaking at 120 rpm produced DNA constructs. The fina ligation mix used pET-47b(+):gene
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ratios of 1:1, 1:3, 1:6 and 1:10, mixed with 1 U T4 ligase, 1 mM ATP, 1 pl ligation buffer,
with the volume being made up to 10 pl total with nuclease free water. This was incubated at
23 °C for one hour at 120 rpm.

2.2.3 Agarose gels.

Products of the PCR amplifications and restriction digests were run on an agarose gel to
determine a) the success of the amplification and b) success of the digestions. 1.5 % (w/v)
agarose gels were prepared by melting 1.5 g agarose in 200 ml 0.5x TBE in a 250 ml conical
flask, to which 20 pl SYBR safe DNA stain was added once the flask was cool enough to
touch. This was set and once loaded, run for 4 hours at 125 kV and 200 mA in 0.5 x TBE
buffer. As PCR amplifications were conducted in Green GoTag Reaction Buffer (Promega),
the crude samples were ready to load. Purified samples (after restriction digest) had 6x
Blue/Orange loading dye added in the required ratios, as did purified digested plasmid. The
DNA ladder was chosen depending on the size of products expected; if plasmids were
involved, both ladders (max 800 and 10,000 bp) were run, if the gel was for amplified genes
only, only the 800 bp ladder was run. The 10,000 bp ladder was provided ready to use,
whereas the 800 bp ladder (2 pl) required Blue/Orange loading dye (2 ul) and nuclease free
water (8 pl) to prepare. If greater resolution of bands was required, the gel was run for 6
hours at 90 kV, 200 mA.

224 Competent cell preparation

The E. coli strain chosen for plasmid maintenance was NEB Turbo Competent E. coli (High
efficiency) from New England Biolabs (NEB, Hitchin, UK). 50 ul of cells were spread onto
an agar plate with no antibiotic and incubated at 37 °C overnight. Of the colonies that grew,
one was selected, transferred to 5 ml sterile LB and incubated at 37 °C overnight. This
culture was transferred to 50 ml sterile LB, incubated at 37°C with gentle (120 rpm) shaking
and the ODgyp monitored until it reached 0.4, upon which the culture was split and incubated
on ice for 5 minutes before being centrifuged at 10,000 g for 30 minutes. Each pellet was
resuspended in 2.5 ml chilled TSS buffer and 20 pl aiquots frozen -70 °C.

2.25 Transformations

20 ul aiquots of competent cells were thawed on ice, and either purified ligation reaction mix

or 10 ng construct DNA added. Mixing was induced by gentle flicking of the tube and the
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cells incubated on ice for 15 minutes before being transferred to a 42 °C water bath for a 45
second heat shock, after which they were returned to ice for 5 minutes. 80 ul SOC was added
and the cells were incubated at 37 °C for one hour. The entire volume of cells was spread on
a pre-warmed agar selection plate (containing appropriate antibiotic) and incubated at 37°C

overnight

Control transformations were carried out at al times:
Positive control 1 — unaltered plasmid DNA
Positive control 2 — plasmid DNA digested with a single restriction endonuclease and
re-ligated
Negative control 1 — No DNA
Negative control 2 — plasmid DNA digested with a single restriction endonuclease (no
DNA ligase added)
Negative control 3 — plasmid DNA digested with both restriction endonucleases (no
DNA ligase added)

2.2.6 Extraction of plasmid constructs

From cells cultured on LB-agar-antibiotic plates, one of the colony was selected and cultured
overnight in 5 ml sterile LB with appropriate antibiotic(s) at 37 °C with gentle shaking. The
following morning construct DNA was extracted using a QIAprep Spin Miniprep Kit
(Qiagen, Crawley, UK) according to the manufacturer’s protocol and eluted in 50 pl nuclease
free water before being stored at -20°C.

Four different strains of competent expression E. coli were screened for best production of
protein. The three strains selected were:

T7 Competent E. Cali (High efficiency) (NEB, Hitchin, UK)

E. coli BL21 (University stock)

E. coli BL21 (DE3) (NEB, Hitchin, UK)

E. coli Rosetta (DE3)
Stocks of al four strains were prepared using the same procedure as used for preparing the

malntenance strain.
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2.2.7 Expression of protein in inclusion bodies

2.2.7.1 Expression of protein using | PTG induction

One colony from the selection-plates was selected and sequentially cultured at 37 °Cin 5 ml,
50 ml and (and in the case of larger-scale expression, 500 ml) LB with antibiotic, with the
ODgpo being monitored in both the 50 and 500 ml cultures until it reached 0.6. Once the
critical ODgoo Was reached a 1 ml sample was taken for pre-expression SDS-PAGE analysis.
To induce expression IPTG was added to a working concentration of either 1 or 0.1 mM and
the cultures incubated at 37 °C with vigorous shaking for three to four hours, upon
completion a further 1 ml sample was taken for post expression SDS-PAGE analysis. Other

expression conditions included expression at 18 and 20 °C overnight.

2.2.7.2 Expression by autoinduction

Autoinduction media was prepared following the recipe detailed in the buffers and media
(Table 2.2). The base media containing tryptone and yeast extract was autoclaved before
sterile NPS, 5052 and antibiotic (0.45 uM filtered) were added to the media. These
components had to be added after autoclaving to prevent the sugars caramelising and
compounds degrading. A small volume of construct-containing expression cells was
introduced to the media (~1 ml) and the culture incubated at 37 °C for between 18 and 24
hours. Initially the cultures were shaken at 120 rpm, after experimentation this was increased
to 200 rpm.

2.2.8 SDS-PAGE and Western Blot analysis

2281 Preparation of samples

Whole cell samples to be run on an SDS-PAGE were harvested by centrifugation for 5
minutes at 14,000 rpm before being resuspended in 100 pl of either salt or urea buffer. The
samples were then sonicated for a total of 30 seconds (4 second pulse, 5 second rest, 75 %
amplitude). Once the samples were ready, a small volume (5 — 10 pl) was taken, SLS added
to aworking concentration of 1x, alongwith 3l 1 M DTT the volume made up to 25 pl with
ultrapure water and the sample boiled at 95 °C for 5 minutes. Protein samples containing
guanidine-HCI to be analysed by SDS-PAGE and Western Blot had to be extracted from the
denaturant due to guanidine precipitating upon mixing with SDS. To each sample 9 volumes
of 100 % (v/v) ethanol was added and the solution incubated at -20 °C for one hour. Protein

was harvested by centrifugation at 14,000 rpm for fifteen minutes in a bench-top centrifuge
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and the pellet resuspended in 100 ul 70 % (v/v) ethanol before being centrifuged for a further
five minutes at 14,000 rpm. The final pellet was resuspended in 100 pl of either salt buffer or
8 M urea

2.2.8.2 SDS-PAGE & Western Blot

Both pre-cast and in-house cast gels were used throughout this research. 4-12 % (w/v)
Big/Tris pre-cast gels were purchased from Invitrogen (Paisley, UK), 10 % (w/v) Big/Tris
gels were cast using a water cooled PerfectBlue Dua Gel Twin S gel tank (Peglab, Sarisbury
Green, UK). A 10 ml gel was prepared using the following recipe: 7.35 ml ultrapure water,
3.75ml 1 M Tris-HCI (pH 8.8), 75 ul 20 % (w/v) SDS, 3.75 ml Big/Tris acrylamide (40 %
wi/v), 75 pl 10 % (w/v) APS and 10 ul TEMED. The stacking buffer was prepared as follows:
3.25 ml ultrapure water, 1.25 ml 1 M Tris-HCI (pH 8.8), 25 ul 20 % (w/v) SDS, 0.5 ml
Big/Tris acrylamide (40 % w/v), 25 ul 10 % (w/v) APS and 5 ul TEMED 20 pl of protein
sample was loaded into the wells. 7.5 pyl Novex Sharp Pre-stained protein standards
(Invitrogen, Paisley, UK) was run for mw comparison with each gel. Pre-cast gels were run at
200 kV, 400 mA for 35 — 40 minutes. In-house cast gels were run at 175 kV, 400 mA until
the loading dye reached the bottom of the gel. All gels were stained for one hour using
Coomassie Blue stain before destaining over the course of several hours. It is important to
note that due to the presence of hydrophobic regions in membrane proteins there is the
potential for anomalous migration on an SDS-PAGE; either due to the protein binding
excessive amounts of SDS or the improper unfolding of hydrophobic regions (Hunte et al.,
2003).

Western blotting was carried out using an XCell 11 Blot module (Invitrogen, Paisley, UK).
The primary antibody was selected to be specific for the his-tag; a mouse monoclonal anti-his
(IgG;-kappa isotype). The secondary antibody used was a goat anti-mouse polyclonal Alexa
Fluor 680 antibody. Both antibodies were purchased from Invitrogen (Paisley, UK). Prior to
use the primary antibody was diluted 1:1000 (1 pg/ml) in PBS-TWEEN and the secondary
antibody diluted 1:5000 (1 pg/ml).

In preparation for Western blotting, four blotting pads and two sheets of filter paper cut to the
correct size were soaked in transfer buffer for several minutes. The PVDF transfer membrane

was pre-wet in methanol for 30 seconds before being rinsed with dH,O and soaked in transfer
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buffer. Once electrophoresis was complete, the gel had the wells and foot removed before the
membrane was placed on one side and the pair sandwiched between two pieces of filter
paper. This ‘gel-membrane sandwich’ was placed on top of two blotting pads in a blotting
module, taking care to ensure that the gel was underneath the membrane and closer to the
cathode. Another two blotting pads were placed on top as shown below (Figure 2.4). This
was transferred to the running tank and the middle chamber was filled with transfer buffer,
whilst the outer chamber was filled with deionised water. The running tank was surrounded

by ice to keep the apparatus cool. Blotting was run for 90 minutes at 30 V, 400 mA.

R Rt |
] [ Blotting pad

[ 1 [JFilter paper
[ |

e —— o Transfer membrane
[ 1 - Gd

Figure 2.4. Western blot module set up. A) Single membrane transfer, B) transfer of two membranes simultaneously

Once the transfer was complete, the membrane was removed and washed for one hour in
blocking solution (2 % w/v milk powder in PBS) at 4 °C. The membrane was then probed
with primary antibody for one hour at 4 °C before being probed with the secondary antibody
for a further hour at 4 °C. Between each step the membrane was washed three times with
PBS-TWEEN for 5 minutes each.

Once the final wash had been completed, the membrane was scanned using a LI-COR
Odyssey infrared imaging system (LI-COR Biosciences) at a wavelength of 680 nm. The

intensity, brightness and contrast were adjusted to give the best view of the bands present.

2.2.9 Purification of inclusion bodies from autoinduction cultures.

Cell pellets harvested from expression were resuspended in avolume of lysis buffer 1/20" the
origina volume and incubated on ice for one hour before sonication for a total of 1 minute
(11 second pulse, 49 second rest, 95 % amplitude), after which the insoluble fraction was
separated by centrifugation at 12,000 g for 20 minutes at 4 °C. The supernatant containing
soluble proteins and cellular debris was poured off and stored at — 20 °C. The insoluble pellet
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was resuspended in salt buffer and centrifuged again and the supernatant poured off, washing
the pellet. This was repeated once. After the pellet had been washed it was resuspended in
FPLC Buffer A (containing 6 M GuHCI) and centrifuged for 1 hour at 25,000 g, 4 °C. A
protease inhibitor cocktail (containing no EDTA) (Sigma) was added to the supernatant (now
containing insoluble proteins) which was stored at -20 °C. Initialy all denaturing buffer
systems were urea based (8 M), however, once the purification was switched to using 6 M

GuHCl, the resolubilisation buffer was too.

2.2.10 Immobilised Metal Affinity Chromatography

Immobilised Metal Affinity Chromatography (IMAC) is usually carried out using buffers
with pH between 6 and 8.5 depending on the protein. Optimal separation of protein generally
occurs in the presence of 0.1 — 1 M NaCl, thisis known to reduce the potential for membrane
protein aggregation in addition to eliminating ion exchange effects and improve solubility.
Detergents are required to solubilise the protein, neutral detergents don’t interfere with
binding and elution and a wide variety of buffer conditions can be used. Elution is carried out
by competitive elution through a reduction in pH or the addition of imidazole (Hunte et al.,
2003). Aggregation is afactor when working with membrane proteins as it occurs even in the
presence of detergents, reducing the efficiency of all separation techniques (Hunte et al.,
2003). This is accounted for by optimising the pH for solubilisation and stability, and

optimisation of detergent concentrations.

IMAC was carried out on an Akta Prime FPLC (GE Healthcare, Amersham, UK) using a 5
ml HisTrap HP Ni-NTA column (GE Hedthcare, Amersham, UK) and a variety of buffers,
dependant on whether on-column refolding was being carried out. A three buffer method was
developed for the purification of insoluble BAPKO 0422 and a seven buffer system was
developed for the purification and on-column refolding. All buffers were made fresh before

each purification and were vacuum filtered using a 0.45 pm filter.

2.2.10.1 Purification of insoluble BAPKO_0422

The purification system and column were equilibrated in the buffers to be used (a minimum
of 6 column volumes for the column), the pipelines were washed until the absorbance and
conductivity baselines stabilised. The sample was loaded onto the column and FPLC Buffer
A pumped through to wash off any unbound proteins until the absorbance returned to the
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baseline. FPLC Wash Buffer containing 20 mM imidazole was pumped through the column
to elute any proteins that had weakly bound to the Ni-NTA due to exposed histidine residues,
until the baseline again returned to zero. Bound proteins were eluted using gradient elution
over either 50 or 100 ml with the concentration of FPLC Buffer B (containing 0.3 M

imidazole) increasing from 0 to 100 % over thistime.

2.2.10.2 Benchtop refolding of BAPK O_0422

BAPKO 0422 was adjusted to a concentration of 1 mg/ml using 0.1 % (w/v) LDAO, 0.3 M
NaCl and 50 mM Tris (pH 7) and added over a period of ten minutes to a volume of SEC
buffer 50 x larger than the protein volume (McConnell and Pachén, 2011). The protein
solution was left to refold at room temperature whilst being continuously stirred using a
stirrer hotplate for one hour. The dilute refolded protein was concentrated first by IMAC
purification using non-denaturing buffers before being concentrated in a 10,000 mwco
concentrator.

2.2.10.3 On-column refolding of BAPKO_0422
For on-column refolding of BAPKO_0422, the preparation and protein loading procedure is

identical to that detailed in section 2.2.10.1 up to and including the low-concentration
imidazole wash. Once this was complete, four buffers were used to lower the concentration of
GuHCI and introduce LDAO to the protein, this reduction in denaturant in the presence of
0.1% (w/v) LDAO would allow the protein to refold into detergent micelles; the CMC of
LDAOis0.023 % (w/v) (Herrmann, 1966). RF1 (4 M GuHCI) was pumped through at a flow
rate of 2 ml/min for three column volumes (15 ml), after which the instrument paused and
RF2 (2 M GuHCI) pumped through for the same volume at the same flow rate. This was
repeated with buffers RF3 (1 M GuHCI) and RF4. The final refold buffer contained no
GuHCI and is the same buffer used for size exclusion chromatography. The protein was then
eluted by gradient elution from RF4 to elution buffer over the course of 50 ml and purity
assessed by SDS-PAGE.

2211 Size Exclusion Chromatography

Size exclusion chromatography (SEC) was used to further purify the protein and provide an
initial estimation for the size of molecule produced. When purifying membrane proteins
using SEC it is important to keep the concentration of detergent above the CMC but below 5
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% (w/v), and the protein concentration below 10 mg/ml. Detergent bound to the protein can
increase molecular weight (eg Triton X-100 micelles add 90 kDa to the molecular weight)
(Hunte et al., 2003). SEC was carried out using a Superdex™ 75 10/300 GL column (GE
Healthcare), which was stored in 20 % (v/v) ethanol when not in use. The column was
washed through with water to remove al traces of ethanol, before being equilibrated with
SEC buffer. The SEC buffer for BAPKO 0422 consisted of 0.5 M NaCl, 50 mM Tris, 0.1 %
(w/v) LDAO at pH 8.0. A calibration curve (Figure 2.5) was produced using four protein

standards:

0.5ml BSA (67 kDa) 8 mg/ml

0.5 ml Ovalbumin (43 kDa) 2.5 mg/ml

0.5 ml Ribonuclease (13.7 kDa) A 5 mg/ml
0.5 ml Vitamin B12 (1.35 kDa) 12 mg/ml

Standards were selected based on the manufacturers specifications. The elution times agreed
approximately with those provided from the manufacturer.

25
y =-0.1734x + 3.5149
R2=0.9725
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Figure 2.5. SEC calibration curve. Produced using four protein standards as detailed above. BSA eluted first, followed by

ovalbumin, ribonuclease A and finally vitamin B12.
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Between 0.3 and 0.5 ml concentrated BAPKO_0422 was manually loaded onto the column
using a 1 ml syringe. The absorbance of the flow through was monitored at 280 nm
throughout. Small membrane proteins bind more detergent per gram than larger proteins,
masking differences in size, mass and moiety. Therefore techniques based around
differentiation of molecular mass and sizes (such as SEC) have lower resolution (Hunte et al.,
2003).

2.2.12 SEC-MALLS
Size-exclusion chromatography linked with multi-angle laser light scattering (SEC-MALLS)

was used to estimate the molecular weight of protein in the protein-detergent micelle. SEC-
MALLS was carried out using Astra software version 5.3.4.20 monitoring three conditions:
Differentia refractive index (Optliab rEX detector)
Light scattering (DAWN EOS instrument)
o Cdltype- K5
0 Laser wavelength - 690 nm
o Cadlibration constant - 6.0520 x10°® 1/(V cm)
Ultraviolet absorbance (Providence UV/Vis SPD-20A)
0 Wavelength 280 nm
Three Agilent PL Aquagel-OH (40, 50 and 60) SEC columns (1.5 pm id) were linked in
sequence before being linked in series to the LS and UV detectors. The system was
equilibrated using SEC buffer at 0.45 ml/min until the light scattering baseline variance was
acceptable.

150 pl 8 mg/ml BSA was run as a positive control. Analysis of the data assuming a dn/dc
value of 0.187 ml/g gave a molecular weight of 60 kDa £ 15 % without manual background
adjustment. As the molecular weight of monomeric BSA is 66 kDA, this was deemed
acceptable. A 300 yl BAPKO_0422 sample of approximately 5 mg/ml was used for analysis.
After the run had completed the baselines were manually adjusted, the peak manually
selected and the molecular weight protein of the protein calculated by the software using a
standardised dn/dc value of 0.187 ml/g (Slotboom et al., 2008).
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2.2.13 Circular Dichroism

Two criteria should be met to obtain a good CD spectra: the total absorbance of the sample
should remain below 1.0 and the High Tension (H[T]) voltage should not exceed acceptable
parameters (instrument variable) as this decreases the reliability of the results (Kelly et al.,
2005). The main processes of meeting these criteria are altering the sample concentration or
the cell path length. The signal/noise ratio can be lowered by conducting repeat
measurements. For the JASCO J-810 instrument that was used in this research, the maximum

acceptable H[T] valueis 600 V, above which the CD spectra generated becomes unreliable.

The percentage secondary structure composition (helix, strand, turn or unordered) of proteins
can be determined from the CD due to absorption of polarised light by peptide bonds at
wavelengths below 240 nm, aromatic side chains between 260 and 320 nm and disulphide
bonds at around 260 nm (Kelly et al., 2005). Different secondary structures exhibit
characteristic peaks at certain wavelengths: a-helical proteins have negative peaks at 208 and
222 nm and a positive peak at 193 nm and proteins containing 3-sheets have a positive peak
at 195 nm and a negative peak at 218 nm (Greenfield, 2006). Calculation of the secondary
structure proportions is done by a variety of algorithms such as SELCON, CONTIN and
CDSSTR. The online server DichrowWeb (Lobley et al., 2002, Whitmore and Wallace, 2004,
Whitmore and Wallace, 2008) uses these along with a variety of reference CD spectra to

calculate the secondary structure composition (Janes, 2008).

Circular dichroism was carried out a the University of York on a Jasco J-810
Spectropolarimeter with the assistance of Dr Andrew Leech. An air background spectra as
initially taken, followed by the buffer background spectra in triplicate. Measurements were
taken over awavelength range of 190 — 260 nm using a cuvette with a path length of 0.2 mm.
Samples were prepared for circular dichroism by dilution in the SEC buffer to approximate
concentrations of 0.166 and 0.33 mg/ml. The CD signa was measured at various

temperatures from 260 to 190 nm. All experimental datawas acquired in triplicate.

Data obtained were analysed using the Dichroweb online CD server (Lobley et al., 2002,
Whitmore and Wallace, 2004, Whitmore and Wallace, 2008) using the following parameters:
File format: JASCO 1.30

Input units: millidegrees / theta (machine units)

Page | 91



Initial wavelength: 260 nm
Final wavelength: 190 nm
Wavelength step: 0.5 nm
Lowest data point to use: 190 (DichrowWeb would not accept higher to discount
unreliable data as the reference datasets were optimised to 190 nm)
Analysis program: CDSSTR or SELCON3
Reference set: 4 or 7 (both optimised for 190 — 240 nm)
Output units: mean residue ellipticity
Mean Residue weight (Da): 112
o Caculated by: mw (inc his-tag) / no. of residues— 1
Protein concentration: 0.33 mg/ml or 0.166 mg/ml
Path length: 0.2 cm.

2.2.14 Small Angle X-Ray Scattering

22141 Collection of data
Background data sets were collected for a period of 24,000 seconds (approximately 3 hours,
40 minutes) and 65,000 seconds (18 hours) on a Bruker NANOSTAR. Scattering data for the
following buffers was acquired:
SAXS Sdt Buffer (SSB) - 0.3 M NaCl, 50 mM Tris, pH 8.0
SAXS LDAO buffers containing 0.01 % (w/v), 0.05 % (w/v) and 0.1 % (w/v) LDAO
in addition to the saltsin SSB
0 Low composition SAXS LDAO buffer - 0.01 % (w/v) LDAO, 50 mM NaCl,
20 mM Tris-HCI, pH 8.0
SAXS CHAPS huffers containing 0.01 % (w/v), 0.05 % (w/v) and 0.1 % (w/v)
CHAPS in addition to the salts in SSB

The CMC of LDAO, like all detergents varies with salt concentration, values found in the
literature quote approximately 0.046 % (w/v) (SIBYLS Beamline) to 0.023 % (w/v) in water
and approximately an eighth of this in 0.1 M NaCl (Herrmann, 1966). Hence the LDAO
concentration was expected to be above the CMC.
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Scattering data was acquired for lysozyme (10 mg/ml) and BAPKO_0422 (6 and 10 mg/ml )
samples in SAXS LDAO Buffer containing 0.1 % (w/v) LDAO using the same method of
collection as for background data. Acquisition times were 65,000 seconds. BAPKO_0422
data was collected at two different concentrations to provide information about the state of
the sample. Lysozyme was used as a positive control, and in conjunction with the collection
of background detergent data sets this ensured that protein scattering could be detected above
detergent scattering, whilst providing a valuable example of data anaysis. Background
subtraction was conducted using water and buffer background scattering using the software
provided.

2.2.14.2 Analysis of data

PRIMUS is a data manipulation program with an automatic function for producing Guinier
plots and evaluating parameters from Guinier and Porod plots using SAXS data sets
(Konarev et al., 2003). The raw data file is input into the program and automatically plotted.
The Rg can also be calculated automatically.

There are severa parameters to be set when running GNOM. Most were |eft as the default
setting, however some were adjusted and are listed below.
Angular scale - 2. units of ™"/, (units that the data uses - nm™)
Type of system — 0. calculation of distance distribution function for a monodisperse
system. The function P(r) = y(r)*r’is evaluated, wherey(r)is the characteristic
function of the particle.
Zero condition at r=Rmin - yes.
Zero condition at r=Rmax — yes.

Rmax for evaluating P(r) — 50. expected maximum size of particle (A)

DAMMIF is a high-speed version of DAMMIN (25-40 times faster) that performs shape
determination from small angle X-ray data ab initio by simulated annealing using a single
phase dummy atom model (Franke and Svergun, 2009). A particle is represented as a
collection of alarge number of beads, each of which belongs to the molecule or the solvent.
This program uses the output file from GNOM

Angular unit — n (dataisin nm)

Mode — slow (fast is used to get a preliminary idea of the molecular envelope)
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Anisometry — prolate

The program then builds a model of the molecular envelope using small spheres and

measuring the fit of the data after each step. The lower the fit, the better match the model.

DAMMIF was run ten times to produce a set of molecular envelopes for averaging. These
molecular envelopes were read into DAMSEL which aligned and compared the models using
Normalised Spatial Discrepancy (NSD) values to find the most probable rea-world solution;
if the NSD for two models was less than 1, they were considered similar. The mean NSD and
variance is automatically calculated and any solutions that were outside of acceptable limits

(2 x variation either side of the mean) were discarded (Volkov and Svergun, 2003).

Solutions accepted by DAMSEL were then read into DAMSUP. This superimposes each of
the molecular envel ope structures onto each other using SUPCOMB, producing models of the

superimposition (Volkov and Svergun, 2003).

DAMAVER, takes the models adigned by DAMSUP and averages them to create a
probability map (aligns the solutions to give the best overlap). This remaps the .pdb files onto
a grid of densely packed beads to compute a frequency map, which is then processed to
provide a filtered model using DAMFILT. It should be noted that the DAMAVER file will
not be a good fit to the data (Volkov and Svergun, 2003).

The DAMAVER averaged file was then processed by DAMFILT. This filters the
DAMAVER model at a given cutoff and removes low occupancy and loosely connected
atoms, producing a compact and most probable core model (Volkov and Svergun, 2003). This
is again not expected to fit the data, but is instead used as a starting point for DAMMIN to
produce a molecular envelope using this and the experimental data. All parameters are left as

default when producing, refining and averaging molecular envelopes.
The fit of the expected scattering patterns of the molecular envelope solutions generated by

DAMAVER, DAMFILT and DAMMIN were compared to the experimental data by
CRY SOL and fits plotted (Svergun et al., 1995).
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2.2.15 X-Ray crystallography
22151 In surfo crystallisation

There are various methods of crystalisation, in one of which the proteins (in this case
detergent-solubilised membrane proteins) are utilised directly in crystal trias. In surfo
methods include vapour diffusion and batch-phase (or micro-batch) crystallography
(Cherezov et al., 2006). Vapour diffusion crystallography takes place in 24, 48 or 96 well
trays. In the bottom of each well is a reservoir of precipitation solution and buffer, or ‘mother
liquor’. One drop of mother liqueur (from 0.1 — 0.5 pl in 96 well traysto 1 - 2 pl in 24 well
trays) is added to similar volumes of protein (concentration varies depending upon solubility)
in a sealed environment set up as either a hanging or sitting drop (Figure 2.6). The tray
incubated at approximately 18 °C for a number of weeks. The concentration of precipitantsin
both the drop and the well gradually equilibrates over time, while water in the drop
evaporates, steadily increasing the protein concentration and causing precipitation (Rhodes,
2000).

Figure 2.6. Vapour diffusion setups. Left - the hanging drop method, right — the sitting drop set-up. One mgjor advantage
of this method is the ease at which the drop can be accessed for harvesting crystals. The sitting drop techniques lends itself to
96 well automated setup in very small volumes and the entire tray is generaly sealed with sealing film. The hanging drop
method lends itself to 24 well screens and manual setups, with cover slips sealing each individual well.

In this research the hanging drop method was used in 24 well trays. In the case of CSS
screens | and 11, the reservoir was filled with 0.9 ml precipitant and 0.1 ml pH buffer (either 1
M Trisa pH 8 or 1 M sodium acetate a pH 4.5). For the Memb-PASS screen 0.4 ml
precipitant was used. The protein and precipitant drops were mixed in various ratios on the
surface of a cover dlip, which was placed drop down on top of the well with a layer of
vacuum grease in between as a seal. Trays observed under a microscope and notes taken with
regards to the drops before being stored in a polystyrene box in a 20 °C incubator.
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2.2.15.2 Deter gents

Membrane proteins are challenging proteins to work with, both in crystalography and
structural studies due to presence of the hydrophobic TM region. These regions can be
stabilised through the use of detergents in various conformations (Figure 2.7) and/or lipids,
thereby preventing aggregation.

The choice of which detergent to use is an important one and factors such as hydrophobic
chain length, critical micelle concentration (CMC — the concentration at which the detergent
spontaneously forms micelles) and cost must al be taken into consideration. A selection of
detergents were chosen for use in this research based on a number of considerations. Table

2.7 shows detergents and lipid chosen for stabilising and crystallising the protein.

A. Micelle binding B. Monolayer binding C. Prolatering
S NOSISY 2=
D. Micelle E. Air-water interface

%%E%%% S

Figure 2.7. Detergent binding by membrane proteins. The dark grey section is the hydrophobic membrane-spanning
region. A) shows a micellar arrangement of detergent molecules around the TM domain that has dimensions approximately
the same as the detergent micelle. B) shows the TM domain is covered by detergent molecules in a layer that leaves the
hydrophobic region of detergent exposed. C) represents an arrangement in which the hydrophobic regions of both the protein
and detergent are shielded, similar to amicelle, but smaller. D) shows amicelle of pure detergent and E) represents detergent
at an air-water interface. Diagram adapted from (LeMaire et al., 2000).
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Micelle

Detergent Structure Mw (Da) (CmMMC; Cé(l)\//(l))C size
(kDa)
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Table 2.7. Detergents and lipid commonly used in membrane protein purification and crystallisation. Data for this
table was obtained from various sources (Herrmann, 1966, Hjelmeland et al., 1983, Chattopadhyay and London, 1984,
VanAken et al., 1986, Lorber et al., 1990, Cortes and Perozo, 1997, LeMaire et al., 2000, Lipfert et al., 2007, Strop and
Brunger, 2005)
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LDAO was chosen as the primary detergent as it had previously been used to crystallise
OmpA-like membrane proteins (Pautsch et al., 1999, Pautsch and Schulz, 2000, Hong et al.,
2006) and due to the relatively small micelle size, the relatively low cost and low CMC.
DDM, OG and CgE4; were chosen as membrane proteins have been crystallised using these
detergents previously (Pautsch and Schulz, 1998, Pautsch et al., 1999, Pautsch and Schulz,
2000, Albrecht et al., 2006, Hong et al., 2006). CHAPS was chosen as it is non-denaturing.
MO was purchased for use in lipid cubic phase crystallography.

2.2.15.3 In meso crystallography

Lipid cubic phase (LCP) crystallography (also known as in meso crystallography) utilises a
stable lipid cubic phase as a basis for formation of protein crystals (Caffrey and Cherezov,
2012). The lipid cubic phase consists of monoolein hydrated with 40 % (w/w) water. Thisis
formed by the combination of protein detergent solution at a concentration of 10 mg/ml with
molten monoolein (MO) in a ratio of 2:3 (Caffrey, 2000, Caffrey, 2003, Cherezov et al.,
2006, Caffrey and Cherezov, 2012). Molten MO was prepared by dissolving 6 mg in an
excess of chloroform (> 200 pl), before the majority of chloroform was evaporated by a
nitrogen stream. The remainder was evaporated using a rotary evaporator over a period of
four hours. Precipitant is added in excess ( >10 parts with respect to the previous ratio) and
incubated at 20 °C (Ai and Caffrey, 2000, Caffrey, 2000). The mixing of MO and protein
solution forms the cubic phase spontaneously (Caffrey, 2000).

The initial LCP method used a piece of double-sided tape with holes punched in to form
wells. A small volume of LCP with protein was deposited into each well. A 1 pl precipitant
solution drop was applied to each LCP-protein deposit and the well sealed with a coverdlip.
This was carried out for al conditions in the Memb-PASS screen. The slides were incubated
at 20 °C and checked after two weeks.

The second version of LCP crystallography used ‘wells’ made from a layer of grease on a
microscope side and covered with a cover dip.
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Chapter 3. Identification and bioinformatic studies of potential OmpA-like

proteinsin Borrdlia.

Attempts were made to identify OmpA-like membrane spanning domains in Borrelia using
BLAST searches of the sequences of OmpA (N-terminal domain), OmpW and OmpX
proteins (1BXW, 2F1T and 1Q8J respectively) against the proteomes of B. afzelii, B.
burgdorferi s.s., and B. garinii (BLAST search hosted on EXPASy (Altschul et al., 1997)).
An example of BLAST search results is shown (Table 3.1) using the N-terminal domain of
OmpA from E. coli (1BXW) searched against the B. garinii proteome.

Accession no. Description Score E-value
Q662Q2_BORGA Putative uncharacterized protein 24 14
Q660D1_BORGA Putative uncharacterized protein 23 31
Q663A7_BORGA Tryptophanyl-tRNA synthetase 22 5.3
Q661J8_BORGA Sensory transduction histidine/ kinase response regulator 22 53
Q661F1_BORGA Putative uncharacterized protein 22 6.9

Table 3.1. BLAST search of 1BXW from E. coli against the B. garinii proteome. The score represents the quality of the
match between two sequences; the higher the score, the better the match. The (Expect) E-vaue is the number of matches that
can be expected to occur a random. The lower the E-value, the more significant the result; a value between 0.1 and 10
indicates that match is uncertain and a value of 10 or more indicates that there is likely no biological significance (Altschul
et al., 1997). The scores of the potential matches are very low, which is to be expected due to the high sequence variability
of TM B-barrel proteins. The E-values are also high, a positive control search of 1BXW against the E. coli K 12 proteome
returned 1BXW itself as the top hit with a score of 362 and an E-value of e-102. Of the proteins identified, three have known
functions and the remainder have molecular weights more than twice the size of an eight stranded TM B-barrel protein.

No matches were found due to BLAST searches not being sensitive enough to detect the
substantial sequence divergence characteristic of OmpA-like proteins (Schulz, 2000). Hidden
Markov models (HMMs) were used as an aternative (Bernsel et al., 2008), the first step of

which was building aHMM profile of known OmpA-like proteins.

3.1 Classification of known Omps

A list of 167 known OmpA-like transmembrane domains from multiple Enterobacteriacae
(ProDom family PD004606) (Servant et al., 2002) was used to provide a broad reference for
searching the Borrelial genomes for potential OmpA-like proteins. To expedite the search the
list was trimmed to remove any proteins with a sequence more than 40 % identical to any
other protein in the list using the Decrease Redundancy program developed by Cédric
Notredame (unpublished) hosted on ExPASy (Gasteiger et al., 2005). A second list was
produced with a 90 % identity limit.
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The Decrease Redundancy program works by aligning and comparing all sequences pairwise,
before measuring the percentage 1D between the first two sequences. When a pair is found
with a percentage identity greater than the specified cut-off, one of the sequences is removed
and the accession number placed in the information line along with the accession number of
the sequence kept upon which the program then moves on to the next sequence in line. This
continues until al of the sequences in the file have been compared and any with a percentage
identity greater than the specified have been removed. The results of both reductions are
included in the appendix 8.1, all similar proteins are displayed asin Figure 3.1.

>Q87JK1_VI BPA QBD6H3_VI BVU Q7MDC9_ VI BVY
QB87GX9_VI BPA

YI GCKVGYNSLNDACYLNEPCDDDSFAAGVH GYNFNEYVAAEYGVDYL GDFTANFKKPGLN
TVDGDLWAL TLAPKFNL PLTDSVWNL FAKVGAAYMVAGDEKDFVPTGSL GAEYKI NYNWSL RA
EYQRYQDMVSDDI VDDVDSDFFGE GENYKFG

Figure 3.1. An example of a redundancy reduced protein search. Proteins more than 40 % identical to a protein aready
observed by the program have the accession numbers included above the sequence of thisinitia protein, next to its accession

number.

The lists of known OmpA-like proteins produced from both the 40 % and 90 % redundancy
reductions were submitted to the JACOP (Just Another Classification Of Proteins) server
(Sperisen and Pagni, 2005) for classification (Figure 3.2 & Figure 3.3). Through using
random sampling of short sub-sequences and comparing them to the initial input of proteins,
scores bases on similarity are assigned, which are used to classify the proteins and organise
them according to similarity in the form of New Hampshire trees (Sperisen and Pagni, 2005).
Each protein present in the New Hampshire trees was searched in the UniProtK B database to
identify the class of OM protein - OmpA/W/X.
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tmp Q5 TKE5_SALCH 1
tmp:@8X428_ECO5T 1
tmpi1QEZQGL_SALTY 1
tmp1QIXDA6 VITSL 1
tmp:QBXEY9 ECOST 1
tmp:Q7NSI2 PHOLL 1
tmp: Q60310 _ERWCT 1
tmp:Q66ALT YERES 1
tmp:Q8Z920_SALTI 1
tmp:Q33796 1Y
e TSaEe ST 2|
tmp:QSFADL NEIGL 3
tmp:Q3EI33 ACTSC 3
tmp:Q3QLId SCAMM 4
tmp:Q3GMAS SCAMM 4
tmp:Q44GLL_CHRSL 5
tmp:QBES3Z_SHEOM 5
tmp:QIRMEI_ERMCE 5
tmpiQBFSKA_PASTR 5
tmp: P67 T 3_HAEDU 5
tmp:Q50YHE_VIBFL 6
tmp:031154_VIBCH 6

[ tmp:Q8TIKL VIBPR 6]

i

I

Figure 3.2. NewHampshire Tree produced using a list of known TM [-barrel proteins reduced by 40 %. Image
generated by JACOP from alist of known TM B-barrel proteins with a redundancy reduction of 40 %. Highlighted are the

two main classes of OM protein in this tree. Proteins within the green box have been identified as OmpA and within the blue

box OmpX. Interestingly no OmpWs were identified. The numbers to the right of the accession numbers signify the

grouping assigned by JACOP.
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(Goujon et al.,
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tmp:Q8TIK1_VIBEA 1
tmp:Q5TKE5_SALCH
tmp:QBZQG1_SALTY
tmp-qaxlza_;ces'r
tmp:EEEF0_YERFS
tmp:QIXO46_VITSL
tmp:QEXEYI_ECOST
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mmﬁ&ﬂ!mm
tmp:Q7N473_FHOLL
tnplaimﬁ SALCH
tmpsOMPX_ENTCL
tmp:QTN4T4_PHOLL |
tmp:Q54470_SERMA
tmp:QB3ZR1_ENTAE -
tmp:Q5I664_SERMA 4
tmp: Q60310 _ERWCT 4
tmp:QBZ920_SALTI 4
tmp:ATL YEREM 4
tmp:QB6ALT_YERFS 4
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= b e R R R R R R B R R G G G G L R R R L W L L W e R

T h'n-hnn'nan-hﬁnu'nnm

tmp:QSFAQL_NEIGL 5

tmp:Q3QBC3_SGAMI 5|

tmp:QIETII ACTSC 5|

l_

Figure 3.3. NewHampshire Tree produced using a list of known TM B-barrd proteins reduced by 90 %. Image
generated by JACOP from a list of known TM B-barrel proteins with a redundancy reduction of 90 %. The classes of OM
protein are highlighted according, and again there were no OmpW proteins identified. The groups of OmpA and OmpX are
both rather larger in the 90 % reduced NewHampshire tree compared to the 40 % due to a higher similarity cut-off. Though
there are 5 numbered groups, it was shown by looking up the accession numbers in the RSCB PDB that groups 1-3 are all

OmpA from various bacteria; the numbered groups signify that some proteins are more closely related than others.

Each of the redundancy reduced protein lists were aligned automatically using Clustal\W?2
2010, Larkin et al., 2007). The 40 % reduced sequence aignment is included
(Figure 3.4) with conserved residues highlighted.
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Figure 3.4. Sequence alignment of <40 % identical known TM pB-barrel proteins. This sequence alignment was
produced using ClustalW2 (Goujon et al., 2010, Larkin et al., 2007) from the list of proteins with a redundancy reduction of
40 %. There are arelatively large number of conserved residues (turquoise), which appear to be grouped together (~10 - 20
residues), and large stretches (> 20 residues) of highly variable regions. The conserved regions correspond to TM -strands,
with the variable stretches being the loop regions. Highlighted in yellow (positive) and red (negative) are conserved charged

residues present within a B-strand.
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3.2 Profile hidden Markov model searches

Hidden Markov model (HMM) profile searching can be used either in place of or in
conjunction with traditional searches such as BLAST to identify homologous proteins. HMM
profile searches were initially applied to speech pattern recognition (Eddy, 1998), but have
since been developed to compare and contrast protein sequences from a multiple sequence
alignment (MSA) to either single sequences or other profile HMMs (Soding, 2005). MSAs of
a protein family highlight the most conserved residues and regions that are more likely to
contain mutations, insertions or deletions (Eddy, 1995, Eddy, 1998), therefore comparing
HMM profiles of MSAs are more likely to result in identification of protein homologues with
large sequence variability than BLAST searches, which compare one sequence directly with

another, affording equal weighting to each residue.

Hidden Markov modelling involves the production of a statistical model of protein structure
consensus (a profile) (Eddy, 1995, Eddy, 1996, Eddy, 1998). A HMM profile is a full
probabilistic primary model (Eddy, 2004) of the structure consisting of position-specific
residue scores modified depending on match, insertion and deletion states along each column
in the MSA (Eddy, 1996). The match state models the distribution of residues present in each
column, while the insert and del ete states correspond to the position-specific probabilities for
transition from one state to another (Eddy, 1996); in other words the insertion or deletion of
one or multiple residues between that column and the next (Figure 3.5). Profile HMMs
therefore account for the conservation of residues aong with the statistical potential for
variability or insertions/deletions (Eddy, 1996, Eddy, 1998). A HMM profile built from
homologous M SAs contains more information about the family of sequences than could be
obtained from a solitary sequence. Also included in the profile is the individual probability of
each residue being present at each insertion state (Eddy, 1998, S6ding, 2005).
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Figure 3.5. A small HMM prdfile. A) a multiple sequence alignment (MSA), B) Consensus sequence derived from A, C) a
representation of the HMM. The HMM (C) is representative of the small MSA (A). The MSA consists of five sequences,
showing only the first three residues. The HMM has a beginning and an end (‘b” and ‘e’ respectively). The distribution of
residues in each column in the MSA is modelled by a match state (m1 to m3) in the HMM. The match state has 20 residue
emission probabilities (the black bars above the match state), as does each insert state (i0 to i3). The insertion state takes into
account the insertion of one or multiple residues between columns. The delete states have no inherent emission probabilities
and dlow for deletion of the next consensus residue ‘expected’ from the MSA. Arrows represent state transition
probabilities. Image adapted from (Eddy, 1998, Eddy, 1995).

Proteome searching using HMM profiles, like BLAST searches produces an output with two
important values; score and E-value. The score is a measure of the match of a given protein
sequence to the HMM profile, the higher the score the better the match (Eddy, 2010). The E-
value (expectation value) is a measure of the statistical significance of the calculated score of
the match to the sequence (Eddy, 2003, Eddy, 2010). The lower the E-value the greater the
significance of the match. The E-value is related to the number of sequences in the database
being searched and can be interpreted as the expected number of false positives expected to
have that score within the search database (assuming that the sequences are random and non-
homologous) (Eddy, 2010), therefore identical sequences in databases of different size would
have different E-values.

HMMER v2.3.2 was used to build and calibrate HMM profiles of each of the MSASs created
previously (Section 3.1). These profiles were visualised using the online server LogoMat-M
(Schuster-Boeckler et al., 2004) to provide an visua representation of conserved residues
(Figure 3.6).

Page | 106



5

u

Relativa Entropy

u

X Yo N F |
ELYES BexiWALE s
== =SEae=Eo ShEo 8l

AN ,é__..-:_ | > E:_'_:-__g m—p .J.E
) [ oyt = = — = = - e i e S —
-

97 @3 @@ 00 101 02 %03 104 08 08 107 108

Lol B

—=l=]
100 1190 11213

OmpdDalign

Bﬁl | %: FS a i L-"\.J"‘.."-:

K 4 I i [ ]
= b;mggl\i‘}g 2z e E:I.‘.'E s —Q_—-_m S__ = "L\

183 188 188 14T 18BVAD 170 ITATIITINTA TS 178 177 ATE 170 180 181 (82 &3 184 188 188 187 188 A0 190

Figure 3.6. HMM logo of known TM B-barrel protein sequences with a 40 % redundancy reduction. Image generated
using LogoMat-M (Schuster-Boeckler et al., 2004) and the HMM profile generated from the MSA of 40 % reduced OmpA-
like proteins (Figure 3.4) using HMMER 3.0. The tota height of the stack of letters at each position shows the amount of
information, while the relative height of each letter shows the relative abundance of the corresponding amino acid. The
width of the column indicates the relative contribution of the position to the overal protein family (Eddy, 2010). In this case
the narrow columns give evidence for aloop region. Pink columns represent insert state - there is likely to be an insertion of
one or more residues between the two positions either side. There are a number of highly conserved tyrosine and
phenylalanine residues corresponding to the interface between lipid and water, in addition there are several conserved
glycines that are likely to be in the inside of the barrel. There also appears to be a large number of highly variable regions
consistent with being loop regions.
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The HMM profiles were then used to search the proteomes of B. afzelii, B. burgdorferi s.s.
and B. garinii for OmpA-like protein homologues, again using HMMER v2.3.2. All HMM
searching was carried out using the eridani cluster at the High Performance Computing
(HPC) at the University of Huddersfield. Results obtained from searching HMMs of known
OmpA-like proteins from each proteome are below (Table 3.2). Proteomes were obtained
from the UniProtKB database (Magrane and Consortium, 2011) and are composed of the

following numbers of proteins. B. afzelii (PKo); 1,695 proteins, B. burgdorferi s.s. (ZS7);
1,223 proteins, B. garinii (PBi); 1,262 proteins.
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The UniProtKB database was used to assign putative functions to all proteins identified by
HMM searches (Table 3.2). Severa proteins are unlikely to be OM-spanning proteins based
on homology to proteins of known function and/or molecular weights considered to be larger
than would be predicted for an eight-stranded membrane spanning 3-barrel protein. However
eight proteins have molecular weights comparable to E. coli OmpW/X and are potentia
candidates to be OmpA-like. BLAST searches of these candidates showed that BAPKO_6013
is homologous to a VISE protein and BAPKO_3514 is homologous to a plasmid-encoded
Type | restriction enzyme R and so both are unlikely to be OmpA-like proteins. The other
proteins had no identifiable homologues and are potential candidates to be Borrelial OmpA-

like proteins.

Orthologues in each of the three main Borrelia species were identified using a multi-genome

browser (BioCyc) and the accession numbers displayed below (Table 3.3).

B. afzdii B. burgdorferi s.s B. garinii
BAPKO_0026 BB_0027 BG0027
BAPKO_0387 BB_0378 BG0377
BAPKO_0422 BB_0405 BG0407
BAPKO_0571 BB_0543 BG0553
BAPKO_0423 BB_0406 BG0408

Table 3.3. Summary of potential OmpA-like proteins identified in Borrelia. Putative proteins identified through HMM
searches and manual inspection. BAPKO_3514 and its homologues are not included as this was found to be a type |
restriction enzyme in the UniProtK B database (Magrane and Consortium, 2011). Proteins are identified by the locus name.
Orthologues retrieved from the BioCyc database from proteomes of B. afzdlii (PKo), B. burgdorferi s.s. (Zs7) and B. garinii
(PBi) (Caspi et al., 2010). BAPKO_0423, BB_0406 and BG0408 are paralogues of BAPKO_0422, BB_0405 and BG0407,
likely the result of a gene duplication event. These proteins were identified using the genome browser on the BioCyc
webserver (Caspi et al., 2010).

Because of the remote homology and high sequence divergence of OmpA proteins (Schulz,
2000) a high number of false positives is expected, therefore fold prediction agorithms
(FFAS03) and other prediction tools were used to corroborate the results (Section 3.3).

3.3 Topology predictions

Topology predictions were carried out on putative OM spanning -barrel proteins identified
by HMM searches and genome browsing (Table 3.3) using the online Function & Fold
Assignment (FFASO3) server (Jaroszewski et al., 2005) and transmembrane [-barrel
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prediction server PRED-TMBB (Bagos et al., 2004), aong with anaysis of the signal

peptide.

331 FFAS03 assessment

FFAS is a profile-profile and fold recognition algorithm that is capable of identifying
conserved residues and applying this to the detection of remote homologues. A target
sequence (in this case potential TM [-barrel protein) is used to create a profile which is used
to search severa protein and domain databases (in this case PDB0113) (Jaroszewski et al.,
2005). Each hit identified in Table 3.3 was searched using FFASO3 to identify remote
homologues. The lower the score reported, the greater the confidence in the result; scores of
lower than -9.5 contain have less than a 3 % chance to be a false positive result (Jaroszewski
et al., 2005). Included (Table 3.4) is an example of results from an FFAS03 search of
BG0407.

# Score Template % ID
1 -9.970 2x27_X OUTER MEMBRANE PROTEIN OPRG 10
2 -9.820 2kOl_A Outer membrane protein A 13
3 -9.250 2flt A Outer membrane protein W 9
4 -8.920 1p4t A outer membrane protein NspA 11
5 -8.010 2lhf A Outer membrane protein H1 14
6 -7.660 2ged A Outer membrane protein A 13
7 -7560 2jmm_A Outer membrane protein A 17
8 -6.880 1bxw_A PROTEIN (OUTER MEMBRANE PROTEINA) 13
9 -6.460 206l A UDP-glucuronosyltransferase 2B7 11
10 -6.390 2lorm_ A Outer membrane protein X 11

Table 3.4. FFASO3 results from BG0407. A score more negative than -9.5 signifies a good result (less than 3 % chance of
being a false positive). The top hits al have very low % sequence identity to BG0407. Nine of the top ten hits are OM
proteins, and the top two hits have a score below -9.5, showing with high probability that BG0407 is highly likely to be an
OM protein. Of interest are the third and eighth hits 2F1T and 1BXW; OmpW and OmpA from E. coli respectively.

FFASO3 analysis was carried out on al proteins in Table 3.3 and the results summarised in
Table 3.5.

Page | 112



L ocus Best score L ocus Best score L ocus Best score

BAPKO_0026 -36.20 BB_0027 -47.90 BG0027 -40.60
BAPKO_0387 -1.71 BB_0378 -8.72 BGO377 -8.93
BAPKO_0422 -8.94 BB_0405 -10.10 BG0407 -9.97
BAPKO_0423 -9.54 BB_0406 -11.80 BG0408 -12.30
BAPKO_0571 -7.060 BB_0543 -7.33 BG0553 -9.72

Table 3.5. Summary of FFAS03 results. Unless stated the top hit was either an OmpA or OmpW protein and scores more
significant than the -9.5 cut-off are highlighted in bold. BAPKO_0026 and homologues had top hits with very negative
scores, this suggests that they are highly likely to be OmpA-like proteins. Six of the top ten hits for BB_0378 were RNA
polymerase Il proteins and only two of the top ten hits for BAPKO_0387 were OM proteins. The high scores suggest that
there is a greater than 3 % chance that the results are false positives, although the abundance of RNA polymerase Il proteins
in the top 10 results provides evidence that BAPKO_0387, BB_0378 and BG0377 are not related to the OmpA family. The
top hit for both BB_0543 and BG0553 was OmpX (one with a significant score, one with an insignificant score), however
the vast majority of the rest of the hits were not OmpA-like proteins, and only one of the top ten hits for BAPKO_0571 was

an OmpA-like protein. This provides evidence for these proteins not being related to the family of OmpA-like proteins.

From FFASO3 analysis it appears that BAPKO 0387, BB_0378, BG0377, BAPKO_0571,
BB_0543 and BG0533 were not OmpA-like TM B-barrel proteins. Further analysis was
carried out using signal peptide and TM [-strand prediction.

332 Signal peptide analysis

Signal peptides are present at the N-terminus of proteins that are functional at specific sites
throughout the cell; the signal peptide facilitates translocation of the protein to its correct
environment, e.g. the outer membrane of a bacteria (Pugsley, 1993) through various
pathways. Each location around the cell has a different signal peptide, enabling recognition of
the proteins function and required location (Pugsley, 1993). The standard signal peptide
consists of three regions, N, H and C (Figure 3.7). The N region contains one or more
positively charged residues, including one or more Lys or Arg and is between two and fifteen
amino-acids in length. This is followed by a hydrophobic ‘H’ region with a high Aln/Leu
content, but no charged residues (Arg, His, Lys, Asp or Glu) and no Pro. This region is
generaly greater than eight residues in length. The final region, designated as ‘C’ consists of
residues that are less hydrophobic, and contains signals that are recognised by signa

peptidases (LepA or LepB) (Figure 3.7).

Residues around the cleavage site are numbered according to position; with the cleavage site
as the starting point and numbering outwards residues towards the N terminus of the protein

are negative and positive towards the C terminus. Also visible is the *‘A-A’ box, present at the
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-1 to -3 positions on the amino-acid chain (Nielsen et al., 1997). This is a common
arrangement of residuesin signal sequencesin Gram-negative bacteria. The Aln residues may
also be Gly or Ser and are considered important for the proper functioning of cleavage
(Pugsley, 1993).

Cleavage
N-region H-region
A A ; Electroneutral or
C-region negative
>

Figure 3.7. Signal peptidases found in Gram-negative bacteria. A typical arrangement of primary features of the signa
peptide located at the N-terminus of a protein sequence. Dark blue coloured circles represent polar and charged residues,
green circles represent hydrophobic residues. The N-region varies in size between 2 and 15 residues and has a net positive
charge. The H-region is longer than 8 residues and generally does not contain any of the following residues P, K, R, D, E or
H, but is usually aanine or leucine rich (Nielsen et al., 1997). The C-region is shorter and less hydrophobic than the H-
region. The A-A box (highlighted in red) is an important indicator of bacterial signal peptides (Nielsen et al., 1997).
Diagram adapted from (Pugsley, 1993). The boxed sequence displays the signal peptide from E. coli OmpA; L-R N-region
(blue), H-region (green), C-region (blue) and the lipid box (red).

SignalP 4.1 (Petersen et al., 2011) was used to predict the presence of signal peptides and the
cleavage site of signal peptidases in putative Borrelial TM proteins (Table 3.3). E. coli OM
proteins were used as positive controls. SignalP is designed to distinguish between signal
sequences and a-helical transmembrane regions using two artificial neural networks, each
‘grown’ with the use of a different data set. Sequences containing transmembrane regions
within the first seventy residues were used to train the SignalP-TM network, while the
SignalP-noTM data set was trained without those sequences, instead using sequences of
cytoplasmic and nuclear proteins (Petersen et al., 2011). The network SignalP-noTM was
used for prediction of signal peptides in the putative OmpA-like proteins. The option was
present to select the type of bacteria (Gram-negative or positive) from which the sequences
originate. As Spirochaetes are more closely related to Gram-negative bacteria than Gram-
positive, this option was selected. The results of SignalP analysis along with positive controls
(the N-termina domain of E. coli OmpA in addition to OmpW and OmpX were submitted as
positive controls) are displayed in Figure 3.8.
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Figure 3.8. SignalP 4.1 prediction of OmpA-like protein signal sequences. A) 1BXW, B) BB_0027, C) BAPKO_0387,
D) BAPKO_0422, E) BG0408, F) BG0553. The graphical output of one of each protein homologues is included. Images
generated by SignalP4.1 (Petersen et al., 2011). The higher the c-score (red lines), the more greater the likelihood of a
cleavage site at that position, the s-score (green line) represents the probability of the residue being part of the signal
sequence. The y-score (blue ling) is a combination of c-score and slope of s-score and is used to predict the cleavage site
more accurately than the c-score alone (Petersen et al., 2011).

SignalP analysis found that BAPKO 0387 and BB 0378 are unlikely to contain signa
peptides as the H-region is not A/L rich, and there is no ‘A-A’ box (Figure 3.8 C). This

concurs with FFASO3 assessment that these are not TM [-barrel proteins. In addition,
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BAPKO 0026 and BG0027 were also predicted to not contain signal peptides by SignalP
(Table 3.6).

3.33 B-barrel prediction

The amino-acid sequences of putative OmpA-like proteins identified by HMM searches were
input into the webserver PRED-TMBB (Bagos et al., 2004), which uses a HMM based
method for predicting transmembrane [-barrels in proteins (Figure 3.9). The N-terminal
domain of E. coli OmpA in addition to OmpW and OmpX were submitted as positive

controls.
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Figure 3.9. TM B-barrel predictions of OmpA-like proteins. A) 1BXW, B) BB_0027, C) BAPKO_0387, D)
BAPKO_0422, E) BG0408, F) BG0553. Data produced using the web-based server PRED-TMBB (Bagos et al., 2004) using
FASTA sequences with (the signal sequence as predicted by SignaP 4.1 has been removed) obtained from the RCSB PDB
and BioCyc (Caspi et al., 2010). Red signifies a predicted TM -strand, blue an extracellular loop and green a periplasmic
turn. The score (from O to 1) relates to the probability of the region being membrane spanning. Most proteins were predicted
to contain eight TM [-strands, however BAPKO_0571, BG0553 and BG0377 were predicted to have ten B-strands and
BG0027 to have nine.

The results of analysis by PRED-TMBB suggest that all proteins submitted are likely to be
membrane-spanning (-barrel proteins containing between eight and ten strands. BG0027 is
predicted to have nine membrane-spanning -strands, which is unlikely as there are currently
no known OM-spanning B-barrel proteins with an odd number of strands. It is a possibility
that BAPKO_0571, BG0553 and BG0337 and BG0027 have ten TM [-strands similar to the
E. coli protein OmpT (Vandeputte-Rutten et al., 2001).
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3.34 Summary
Table 3.6 summarises the predictions from SignalP4.1 and PRED-TM BB

SignalP 4.1 PRED-TMBB
Protein Position  D-score Signal Peptide? Score B-Barrel?
1BXW 1-21 0.906 YES 2.858 YES
2F1T 1-21 0.873 YES 2.902 YES
1QJ8 1-23 0.863 YES 2.816 YES
BAPKO_0026 1-24 0.504 NO 2.874 YES
BB_0027 1-23 0.863 YES 2.888 YES
BG0027 1-24 0.539 NO 2.876 YES
BAPKO_0387 1-20 0.467 NO 2.876 YES
BB_0378 1-20 0.544 NO 2913 YES
BG0377 1-19 0.574 YES 2.908 YES
BAPKO 0422 1-19 0.742 YES 2.938 YES
BB_0405 1-18 0.727 YES 2.947 YES
BG0407 1-19 0.743 YES 2.938 YES
BAPKO_0423 1-23 0.752 YES 2.988 NO
BB_0406 1-23 0.819 YES 2.991 NO
BG0408 1-23 0.803 YES 2.989 NO
BAPKO 0571 1-19 0.681 YES 2.887 YES
BB_0543 1-21 0.821 YES 2.860 YES
BG0553 1-19 0.662 YES 2912 YES

Table 3.6. Results of SignalP 4.0 and PRED-TMBB analysis. Three known proteins from E. coli are included for
comparison. The position is the predicted position for the signal peptide. D-score is a weighted mean of the averaged S and
maximum Y scores and is the distinguishing factor between signal and non-signal peptides, the cutoff for which was 0.570;
scores above indicate a signal peptide (Petersen et al., 2011). From the results obtained it was apparent that the majority of
sequences contained a signal peptide. Scores are the discrimination score reported by PRED-TMBB. The threshold for the
score is 2.965 and any proteins with a score lower than this are likely to be TM B-barrels (reported as YES). All proteins
with the exceptions of BB_0406 and BG0408 were within this score and are therefore considered highly likely to be TM -

barrel proteins.

BAPKO 0387, BB_0378 and BG0377 were discounted as potential OmpA-like proteins due
to the FFASO3 prediction that they are homologous to RNA polymerase |1, and the predicted
absence of signa sequence indicative of cytoplasmic proteins (Figure 3.8 C). Putative
OmpA-like proteins identified are identified below (Table 3.7).

B. afzdii B. burgdorferi s.s B. garinii
BAPKO_0026 BB_0027 BG0027
BAPKO 0422 BB_ 0405 BG0407
BAPKO_0423 BB_0406 BG0408
BAPKO_0571 BB_0543 BG0553

Table 3.7. Putative small TM B-barrel proteinsin Borrelia. These proteins were those identified as likely to be small TM
B-barrel proteins through the combined use of HMM profiling, FFAS03 assessment, SignalP analysis, and TMBB prediction.

Page | 117



A sequence aignment of putative Borrelial TM [-barrel proteins (Table 3.7) was created
(Figure 3.10) with the structural features predicted by SignalP 4.1 and PRED-TMBB
highlighted. The signal peptide is highlighted gray, the periplasmic turns are green, TM f-
strands are red and extracellular loop regions are blue.

I Signal peptide
BAPKO 0026 MKKYLFI TLI Al LLI GVNI KKI EAAV- | DRHTNSTLG DLSVA Pl FYNDLSKAYPTNLYPGG GAI KYQYHI LNNLAI GLELRYM
B&027 MKKYFFI TLI AVLLI GVNI KKI EAAVNI DRHTNSTLG DLSVGVPI FYNDLSRAYPTNLYPGG GAl KYQYHI LNNLAI GLELRYM

BB_0027 NVREYIENIENAVEENGYNIRRIAAAANI DRHTNSTLG DLSVG Pl FYNDLSKAYPTNLYPGG GAl KYQYH! LNNLAI GLELRYM

kekk-kk kkke kkKAKAKAKK KK B I R R R R R R R R R

BAPKO 0026 FNFDI NHSF ;II LNPDSSVGKI FYSVPI TFSI ;;I FDI GELFQ PVFTI\I\/G:;LI\ITYGDRNNNI TNLRTFDALPTI SFGSG LWNFN

BG0027 FNFDI NHSFNI LNPDSSVCKI FYSVPI TFSI NYI FDVCGELFQ PVFTNI GFSLNTYGDRNNNI TNLRTFDALPTI AFGSG LWNFN
BB_0027 FNFDI NHSFNI LNPDSSVCKI FYSVPI TFSI NYI FDI GELFQ PVFTNI GFSLNTYGDRNNNI TNLRTFDALPTI SFGSG LWNFN

R I R TR E

BAPKO 0026 YKWSFGATTSWAMVFE iF GNSAKVAHFAI VSLSVTVNVNKL

BG0027 YKWSFGAT TSWAMVFEFGNSAKVAHFAL T SLSVTVNVNKL
BB_0027 YKWAFGATASWAMVFEFGNSAKVAHFAL VSL SVTVNVNKL

hokk e kkkk - kkkhhhhhhhhhhhhhhh: « khkkkkkkkkkk

BG0408 SDNYMVRCSKEEDSTTCI AKLKG KEKKSYDLFSMA G GNPI ANI | | TI PYVNI D- - - - - - F
BB_0406 SDNYMVRCSKEEDSTTCI AKLKEI KEKKNYDLFSMA G GDPI ANI M TI PYI NI D- - - - - - F
BB_0405 - MRMLLATII LI LTTGELAAQSKSK- - - - - - SMTEDDFDFDKLLA- - KEESVRRLFG GFGVGYPLANI Tl SVPYVDI D- - - - - - L
BA407 - MRMLLATII LI LTTGELTAQSKSK- - - - - - SMVEDDFDFEKLLA- - KEESVRRLFG GFGVGYPLTNI Tl SVPYVDI D- - - - - - L
BAPKOQ 0422 QSKSK- - - - - - TMVEDDFDFEKLLE- - KEESVRRLFG GFG GYPLTNI | | SVPYVDI D- - - - - - L

BAPKO 0571
BB_ 0543
BGD553

TNTNFEFNFGGGVAFPVNPFSSFYNEALEI NAKLKQDLPSNS- SPI EKEEI VQKFSDLANI AKAGL
'TNFEFNFGGGVAFPVSPFSSFYNEALEI NAKLKOQNLPSDL- SPI EKEEI VONFSDLANI AKAG
TDTNFEFNFGGGVAFPVNPFSSFYNEALEI NAKLKOQNLPSDL - SPMKKEDI AQKFSDLANI SKSGL
* . x. o . . .o .

*

BAPKO 0423 GYGGFI GLKSNNFENYLNGG DI'l FKKQ GQYMRI GGG G ;D\/\BKTSLI PPDEEEET- - - - ------- DYERI GAVI RI PIE;NE

BG0408 GYGGFI GPKSNNFENYLNGG DI | FKKQ GQYMRI GGG G| GADWSKTSLMPPDEEEET- - - - - - - - - - - DYERI GAVI Rl PFVVE
BB_0406 GYGGFI GLKSNNFENYLNGG DVI FKKQ GQYMKI GGG G GADWSKTSLI PPNEEEET- - - - - - - - - - - DYERI GAVI Rl PFI VE
BB_0405 GYGGFVG.KPNNFLPYVVMGVDLLFKDEI HKNTM SGG G GADWSKGSPEKSNEKL EEEEENEAQQVASLONRI GWI RLPLVI E
BG0407 GYGGFVG.KPNNFMPYVAAG DLLFKDEI HKNTM SGG G GADWSKGSPEKSNEKL EEEEENEAQQVNSLONRI G VI RLPLVI E

BAPKO 0422 GYGGFVGLKPNNFMPYVVMG DLLFKDEI HKNTM SGGE G GADWSKGSPEKSNENL EG- DVNEDQQT- SLENRI GvVI RLPLVI E
BAPKO 0571 KYGTYAQFG AKFDDFVSVGFELLFDMNLFKVI KRSDGTAN- ENFSFVVAI TPRFYTKLD- - - - - FFVLALAFFTGPKI NI ATSAA
BB_0543 RYGTYAQFG- AKFDDFVSI GFELLFNI NLLKAI KRSDGTAN- ENFSFI MAl TPRFYTKLD- - - - - FFVLALAFFTGPKI NI ATSSA

BGD553 RYGTYAQFG- AKFDDFVSI GCELMFDI NLFKVI KRSDGTAN- ENFSFVMAI TPRFYTKLD- - - - - FFVLALAFFTGPKI NI ATAAA
* k. .k . * RN . . * ek . * * .

BAPKO 0423 YNFAKNL- Yl GFKI YiALGPTI LLTKPSI LFEG KFNFFGFGF- | KFAFN- -

B&0408 YNFAKNL- YI GFKVYPALGPTI LLTKPNI LFEG KFNFFGFGF- | KFAFN- -

BB_0406 YNFAKNL- SI GFKI YPAVGPTI LLTKPSI LFEG KFNFFGFGF- | KFAFN- -
BB_0405 YSFLKNI - VI GFKAVATI GTTMLLGSP- MSFEGARFNFLGTGF- | KI YI - - -
B&0407 YSFLKNI - VI GFKAVATI GTTMLLGGP- MSFEGARFNFLGTGF- | KI YI - - -
BAPKO 0422 YSFLKNI - VI GFKAVATI GTTMLFGNP- MSFEGARFNFLGTGF- | KI Y1 - - -
BAPKO 0571 DSVLAELGTMAWDI GARI SFSFLI LEGYYVWNI HNAKFSDFKFG GFEFG V
BB_0543 DSVLAELGTMAWDI GARLSFSFLI LEGYYWWI KNPKFSDFKFA GFEFG V
BG0553 DSVLAEMGTMGWDI GARLSFSFLI LEGYYW W QNFKFSDFKFG GFEFG V
Figure 3.10. Summary of topology prediction. The sequences for four protein orthologues have been aligned using
ClustalW2 (Larkin et al., 2007). The signal sequence has been highlighted where there was predicted to be one (SignalP 4.1
(Petersen et al., 2011) and the sequence coloured to match the PRED-TMBB predictions (Bagos et al., 2004).
BAPKO_0026, BB_0027 and BG0027 have been aigned separately as the sequence appears to differ more than the others. *

= asingle fully conserved residue, : = conservation of strongly similar residues, . = conservation of weakly similar residues.
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The sequence alignment of putative Borrelial OmpA-like proteins (Figure 3.10) was used to
produce a HMM profile and HMM logo (Figure 3.11) for easy visualisation of residue
conservation. There are a number of highly conserved aromatic residues which indicate the
positions of the aromatic girdle. Towards the end of the HMM logo there are five tyrosine
residues in quick succession, suggesting either mis-alignment of the sequences or a region
rich in tyrosines. One proline residue is conserved amost entirely throughout the alignment,
which islikely to be part of a periplasmic turn. As with the HMM logo of known OmpA-like
proteins (Figure 3.6) there is a large number of conserved aternating glycine residues and
long stretches of variable sequence, which again is indicative of the presence of TM [-strands
and variable extracellular loops. Unlike the known TM B-barrel protein HMM logo (Figure
3.6) there is considerable conservation of several isoleucine and leucine residues, mainly
towards the start of the sequence and a number of conserved phenyla anine residues near the

C-terminus.
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Figure 3.11. HMM logo of putative Borrelial OmpA-like proteins. Generated using LogoMat-M from a sequence
adignment of identified putative Borrelial OmpA-like proteins (Figure 3.10). There are a number of highly conserved
aromatic residues representing the aromatic girdle, in addition to stretches of alternating glycine residues characteristic of a

T B-strand and large variable stretches of residues indicative of extracellular loop regions.
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3.4 Homology modelling of OmpA-like proteins

BAPKO 0422 was modelled using the structures of the B-barrel domain of OmpA, OmpwW
and OmpX from E. coli as atemplate. The TM spanning regions from each of these proteins
were identified along with the predicted TM regions of BAPKO_0422 (PRED-TMBB) and
aligned so that these regions matched as closely as possible. The loop regions of TM [-barrel
proteins are highly variable both in length and sequence; thereby preventing meaningful
sequence alignment. The TM spanning regions however are more consistent; being of
comparable length, containing aternating hydrophobic and small side-chained residues and
flanked by residues with bulky side-chains. These factors make for more readily identifiable
regions and accurate alignments.

Using the sequence alignments (
Figure 3.12) models of BAPKO_0422 were generated (Figure 3.13) using each of the three E.

coli proteins as templates using Modeller v9.11 (Sali and Blundell, 1993).

>1BXW - APKDNTWYTGAKL GASQYHDTGLT NNNGPTHENKL GAGAFGGYQVNPYVG- - FEMGYDW. GRVPYKGSVENGAY
>0422 - - QSKSKTMVEDDFDFEKLLEK- - - EESVR- - - - - RLFG GFG GY- PLTNI | | SVPYVDI DLGYGGFVGLKPNN

>1BXW  KAQGVQLTAKLGY- P-1-T-D-D- LDl YTRLGAWWRAD- TYSNVYGKNHDTGVSPV- FAGGVEYA- | - T- P- El
>0422 FMPYVVMG DLLFKDEI HKNTM SGGE G GADWSKGSPEKSNENL EGDVNEDQQTSLENRI GWWI RLPLVI EYSF

>1BXW ATRLEYOQATNN- | G- DAH- Tl GT- RP- DNG- - MLSLGVSYRFG
>0422 LKN VI GFKAVATI GTTMLFGNPMSFEGARFNFLGTGFI KI Y1

>2F1T - EAGEFFVMRAGSATVRPTEGGGFSVTNNTQLGLTFTYMATDNI GVELLAATPFRHKI GTRATGDI ATVHHLPPT
>0422 (QSKSKTMVEDDFDFEKLLEK- EESVRRLFA GG GY- - P-LTNI | | SVPYVDI DLGYGGFVALKPNNFVPYVWV

>2F1T  LMAQWFGED- AS- SK- FRPYVGAG NYTTFFDNGFNDHGKEAGL SDL SL KDSWGAAGQVGVDY- LI NR- DWLVN
>0422 MGl DLLFKDEI HKNTM SGG G GADWSKGSPEKSNENL EGD- VNEDQQ TSLENRI GVVI RLPLVI EYSFLKN

>2F1T  MSVWYMDI D- TTANYKL GGAQQHDSVRL DPVWFM-SAGYRFH
>0422 | VI GFKAVATI GTTMLFGNPMSFEGARFNFLGTGFI KI Y1 - -

>1QU8  ----- ATSTVTGGYAQSDAQGR MNKMGGFNLKYRYEEDNSPLGVI GSFTYTEKSRTASSCGDY- - NKNQYYG TA
>0422 (QSKSKTMVEDDFDFEKLLEKEESVRRLFG GG GY- PLTN- | | | SVPYVDI DLGYGGFVGLKPNNFMPYVWMGE

>1QJ8  GPAY-R-1 - N D-WA- SI YGVWGV- GYCK- FQTTEYPTYKNDT- SDYGFS- - - YGAGL QFNPMVENVALDFSY- - -
>0422 DLLF- - KDElI HKNTM SGG G GADWSKGSPEKSNENL EGDVNEDQQTSLENRI GVWI RLPLVI EYSFLKNI VI G

>1QJ8 ----E-Q SR |-RS-V-D-VGIW AGVGYRF- *
>0422  FKAVATI GTTMLFGNPMSFEGARFNFLGTGFI KI Y1 *

Figure 3.12. Sequence alignments of BAPK O_0422 with known E. coli OM -spanning proteins. Known TM spannhing p-
sheets are highlighted (green for OmpA, purple for OmpW and blue for OmpX) and predicted TM spanning [-sheets are
highlighted red (BAPKO_0422). These sequence alignments were used to generate homology models. Alignments in the .pir
format used by modeller are included in appendix 8.2.

Page | 121



Figure 3.13. BAPKO_0422 Modds produced using E. coli OM-spanning proteins as templates. A) model of
BAPKO_0422 produced using 1BXW as template, B) view of internal H-bonding network of A, C) overlay of 1BXW
(green) with (A) (turquoise). D) model of BAPKO_0422 produced using 2F1T as template, E) view of the internal H-
bonding network in (D), F) overlay of 2F1T (green) with (D) (turquoise). G) model of BAPKO_0422 produced using 1QJ3
as a template. Models A and D have been coloured to show the periplasmic turns (green), extracellular loops (blue),
membrane spanning regions (red) and aromatic girdle (yellow with side-chains shown).
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The models produced using 1BWX and 2F1T as templates have longer periplasmic turns than
expected compared to the known structures. Neither model shows the ‘gating’ residues
present in OmpA (Smith et al., 2007) and OmpW (Hong et al., 2006) from E. coli (described
in sections 1.5.1 and 1.5.2 respectively). The model based on 1QJ8 has a loop protruding
from one of the strands and a long flexible region which would extend into the periplasm; in
addition the loops are rather large, which provided evidence for BAPKO_0422 not being an
OmpX-type protein, or the sequence alignment could be in error. The down-the-barrel view
of the H-bonding networks in models produced from 1BWX and 2F1T show minimal
interactions. The H-bonding network in known OM-spanning proteins (Figure 1.29) is
significantly more extensive than in the models. This may be due to the template having a
different shear number to the Borrelial protein, meaning the barrels may actually be more
compact than predicted in Figure 3.13.

3.5 Discussion

The overall sequence identity between E. coli OmpA/X and the Borrelial OmpA-like proteins
identified in this study is very low (between 9-13%, Table 3.4), considered to be in the
twilight zone (Rost, 1999). It is a general rule that for B-barrel formation, at least four of the
five residues forming a [3-sheet with the side chains oriented towards the membrane must be
hydrophobic, with none of the three central residues charged, and that residues with side
chains on the inside of the barrel must have small side chains (Koebnik, 1999). The sequence
alignment (Figure 3.4) of known OmpA (TM domains) and OmpX proteins shows high levels
of conservation of alternating hydrophobic and small side-chained residues at regions thought
to be membrane spanning; in particular glycines conserved with the side-chains protruding
inwards from the barrel and aromatic residues (particularly tyrosine) at either end on the TM
spanning domain that form the aromatic girdle. The conservation of residuesis highlighted by
the HMM-profile logo (Figure 3.6) where six tyrosines and several phenylaanines are visible
as being highly conserved; these residues are likely to form the aromatic girdle surrounding
the hydrophobic TM region. This conservation highlights the fact that the p-strands are
important to the structure and orientation of the protein in the membrane. The sequence
alignment and HMM-profile logo show that there are some exceptions to this rule as a

glutamic acid residue appears to be present in the centre of one of the strands.
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The final two B-strands appear to be particularly well conserved, in particular the final three
C-terminal residues: tyrosine, a positive residue (most likely arginine but potentially lysine)
and phenylalanine, which are prominent in the HMM-profile logo (Figure 3.6). This
combination of two aromatic and one positively charged residue forms the fina three
residues of a consensus sequence common to bacterial OM proteins identified by (Vogt and
Schulz, 1999) - X-Z-X-Z-X-Z-X-Tyr-X-Phe (where X is any amino acid and Z is a nonpolar
residue), which may be important for folding and insertion into the OM (Vogt and Schulz,
1999). Alternatively these residues may play a role in attachment and / or orientation of the
N-terminal domain of OmpA. It is worth noting that the Borrelial proteins predicted to be
OmpA-like do not have a conserved Y -K/R-F region at the C-terminus, suggesting that either
the Y-K/R-F motif is not required in Borrelia or that these proteins are not 3-barrels.

In contrast to the conserved OM spanning regions, sequences of the loop regions of known
OmpA-like proteins shows great variability in length and minimal conservation, in agreement
with one of the 10 principles of B-barrel building (Schulz, 2000); this indicates that the loop
regions are not as important to the overall structure of the protein as the TM [-strands are,
and suggests that either they are not as important to the function of the protein, or that the

proteins have slightly varying functions.

HMM searches are more sensitive than BLAST searches for distant homologues, but as a
result produce more false positives, which requires further refinement of the results. For
production of the HMM profiles, 23 and 68 sequences (from the 40 % and 90 % redundancy
reductions respectively) were automatically aligned (ClustalW2). This automatic alignment
does not take into account structural information such as membrane-spanning regions or
turng/loops. Therefore key positions such as the aromatic girdle and alternating aliphatic
residues may be misaigned; small errors in sequence alignment have a significant

detrimental effect to the HMM profile, hence the very low scores obtai ned.

From the FFASO3 search results (Table 3.5) of putative Borrelial OmpA-like proteins severad
matches were obtained, each of which had a very low sequence identity (9 - 13 %) to known
OmpA-like proteins. However this is comparable to the low sequence identity between E.
coli and Borrelial BamA which are expected to have closely related structures and
homologous functions. It is a possibility that both Borrelia and E. coli have these 8-stranded

OM-spanning proteins because of their shared ancestry, or it could be that both bacteria
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species have happened upon the same solution by convergent evolution. The conservation of
a recognisable BamA export machinery may suggest conservation by shared ancestry. This
would suggest that the 8-stranded OmpA-like proteins identified may have existed in an
ancient common ancestor shared between Borrelia and Gram-negative bacteria. The low
sequence identity also provides an explanation for the lack of hits obtained by BLAST

searching using E. coli OmpA as atarget.

Five proteins identified by HMM searches had a top FFAS hit with the score less significant
than the cutoff value, meaning that there was a higher than 3 % chance of false results (Table
3.5); for BAPKO_0387, BB_0378 and BG0377 the FFAS scores for the top ten hits were all
insignificant, and six of these were an RNA polymerase Il protein; meaning it highly likely
that these proteins were not OmpA-like. The two homologues to BAPKO_0422 both scored
lower than the cutoff and al three had top hits of OmpA-like proteins, BAPKO_0571 and
BB_0543 had top hits of OmpX (though less significant than the score of -9.75) and a
mixture of hits for the rest of the top ten. BAPKO_0026, BB_0027 and BG0027 each had
scores 3-4 times more significant than the cutoff value, representing a high probability that
the OmpA-like protein matches found were accurate. These proteins appeared highly likely to
be OmpA-like proteins in addition to BAPKO 0423, BB_0405, BB 0406, BG0407 and
BG0408 (all with scores more significant than the cutoff).

Analysis of the putative OmpA-like proteins for a signal sequence reveaed that four proteins
were predicted to not have signal peptides, compared to eleven that were. It is worth noting
that the network trained to determine signa peptides and cleavage point is designed for
Gram-negative bacteria. Spirochaetes have a double membrane morphology reminiscent of
Gram-negative bacteria, however there are several important differences in the structure and
chemical composition of the Borrelial membrane, for example Borrelia do not express LPS
and are known to contain lipid rafts. Although the SecA-dependant secretory pathway is
highly conserved among Gram-negative bacteria and Spirochaetes, it remains a possibility
that some sequence divergence many have occurred in Borrelia reducing the efficiency of
prediction algorithms such as SignalP, which explains why not all signa sequences are
predicted (Table 3.6). Supporting this, the Spirochaetal lipoprotein signal sequence was
shown to be significantly different to other bacteria (Setubal et al., 2006). The Gram-negative
algorithm implemented by SignalP is based on atraining set of 266 experimentally confirmed
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secreted proteins (Nielsen et al., 1997, Petersen et al., 2011). SignalP has a reliability of
0.948 for proteins with no TM regions (a-helices) (Petersen et al., 2011).

The four proteins predicted to not contain a signal sequence were BAPKO_0026, BG0027,
BAPKO_0387 and BB_0378. It was interesting that BAPKO_0026 and BG0027 were
predicted to have no signal peptide as these proteins were predicted the most likely to be
OmpA-like from FFASO3 searching. The graphical output for these proteins (not shown)
showed that the S-score was representative of a signal peptide; however a cleavage site (C-
score) could not accurately be determined, resulting in a low Y-score and the resulting
prediction of no signal peptide. The amino-acid sequence shows one common polymorphism
in BAPKO 0026 and BG0027 from that of BB_0027; at position 23 in BB_0027 is an
alanine residue, which in conjunction with the two following alanines forms an ‘A-A’ box
(Figure 3.7) (Pugsley, 1993). Residue 23 in BAPKO_0026 and BG0027 is a glutamic Acid,
whilst residue 26 is a valine, resulting in no *‘A-A’ box. The sequence is EAAV; a mutation
of either the glutamic acid or the valine to an alanine would result in an ‘A-A’ box and the
recognition of asignal peptide. It is possible that the Borrelial machinery recognises the non-
standard ‘A-A’ box, or that this could be a pseudo gene in B. afzelii and B. garinii. Borrelia
contains a SecA homologue responsible for OM protein export that has only 35.0 % to 43.2
% sequence identity to other bacteria homologues, hence it is likely that at least some
components and mechanisms of protein secretion and its regulation will be novel (Guina et
al., 1998). Although there are a large number of pseudo genes on the plasmids, the linear
chromosome is not known to contain a significant proportion of pseudo genes. Experimental
expression of BB_0027 (numbered BB_0028 in the publication due to being expressed from
a different isolate) and BB_0405 has been shown in OM vesicles of B. burgdorferi (Yang et
al., 2011), providing evidence that this sequence is a functional signal peptide recognised by

Borrelial machinery and the protein is exported to the OM.

Prediction of transmembrane p-barrel proteins predicted that al proteins with the exception
of BAPKO_0023, BB_0406 and BG0408 were transmembrane [-barrel proteins. The score
generated by these proteins was above the cutoff for classification as TM [-barrel proteins,
though this is in contrast to the graphical output for these three proteins, which clearly
showed eight membrane spanning domains, four extracellular loops and three periplasmic
turns (Figure 3.9 D). PRED-TMBB, like SignalP 4.1 is trained on Gram-negative proteins

and so it is possible that this was a false negative result. Visible in the sequence alignment
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(Figure 3.10) are aromatic residues present at least one end of each predicted TM spanning [3-
sheet, these proteins would form the aromatic girdle, which is characteristic of TM B-barrel
proteins (Schulz, 2000). Some of the proteins predicted to be transmembrane [-barrel
proteins were predicted to have 9 strands (BAPKO 0026 and BG0027) (Figure 3.9 B &
Figure 3.10) which according to the principles of B-barrel proteins set out (Schulz, 2000) is
highly unlikely, no known OM proteins have an odd number of strands. An odd number of (3-
strands would be unlikely from a biologica standpoint as an even number of strandsis likely
to be a restraint of the folding mechanism. Observation of the amino-acid sequences and
comparison with the BB_0027 which was predicted to have eight strands shows that the
change to amino-acid sequence is exactly the same in this area in al three sequences, with
three minor exceptions: positions 162, 176 and 181. In BAPKO_0026 and BG0027, position
162 is a serine and alanine respectively and a serine in BB_0027; this appears to have had no
affect on the prediction as two different residues produce the same strand. The other two
polymorphisms are serine (nine strands) to alanine (eight strands) and threonine (nine
strands) to alanine (eight strands). It is possible that the prediction algorithm is very sensitive
to changes in sequence. Upon looking at the sequence (Figure 3.9) it would appear that the
strands predicted for both eight and nine stranded proteins are viable, however the eight
stranded prediction is more likely as the strand size is consistent, as are the aternative
hydrophobic side-chains. Interestingly, the previous version of PRED-TMBB predicted eight
strands in al three of these proteins (data not shown). The graphical output (Figure 3.9 B)
shows a dlight rise in the probability of a B-strand between the first two predicted strands.
Looking at the sequence (Figure 3.10) shows a possible TM [-sheet region flanked by
aromatic residues, however if thiswas a 3-strand, all predicted turns would become loops and
vice versa, resulting in very short loops and long turns. According to the ten principles of [3-
barrel building (Schulz, 2000) turns should only be a couple of residues in length, and loops
much longer, hence it is much more likely that the protein is eight stranded and the program
has predicted a turn in the middle of a strand, resulting in two short strands where only one
should be.

Proteins BAPKO_0571, BB_0543 and BG0553 were predicted to contain ten (3-strands each.
Thisis possible as this is an even number of strands which matches the principles of 3-barrel
construction (Schulz, 2000) and many [-barrel proteins are known to contain more than eight
strands. E. coli is known to contain a 300 residue ten stranded TM -barrel known as OmpT
(Vandeputte-Rutten et al., 2001) and a twelve stranded TM [-barrel protein - Tsx, a
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nucleotide transporter protein (Hong et al., 2006). The length of the loop regions appears
shorter than other putative OmpA-like proteins; analysis of the sequence (Figure 3.10) shows
anumber of aromatic residues where the aromatic girdle would be expected and residues with
small side-chains present on the inside of the barrel, however the protein sequence is
approximately 100 amino-acids shorter than the sequence of OmpT, making it unlikely that

the protein isten stranded.

Models produced using Modeller v9.11 (Figure 3.13) are consistent with BAPKO 0422
being a transmembrane B-barrel protein, most likely an OmpA-like or OmpW:-like protein.
There is a clear aromatic girdle present around either end of the predicted TM-spanning [3-
barrel in addition to a large number of glycine residues present on the interior of the barrel.
The girdle in the predicted models are not completely composed of aromatic residues; nine of
sixteen residues are either tryptophan, phenylalanine or tyrosine. This is in approximate
agreement with OmpW from E. coli, which has eleven aromatic residues, and matches the
nine aromatic residues in OmpA from E. coli exactly, thus providing good evidence for the
accuracy of the model and the presence of an aromatic girdle within BAPKO_0422. The
models do, however show a discrepancy with the length of periplasmic turns; sometimes up

to several residues longer in the Borrelial protein.

BAPKQO 0422 appears to have a peptide sequence too long to be similar to that of OmpX
(182 residues compared to 148), both the periplasmic turns and extracellular loops are much
longer than E. coli OmpX and when modelling unordered |oops have a tendency to form in
the middle of a predicted 3-strand. From the models produced it is apparent that the putative
OmpA-like proteins in Borrelia have TM spanning regions of similar length to those present
in E. coli. The homology models based on OmpA and OmpW have significantly fewer
internal H-bonds than OmpA or OmpW. This could be aresult of a number of factors such as
the sequence in the models not being aligned correctly, the strands being too far apart for the
software to register interactions or incorrect prediction of the sheer number. It is also possible
that these proteins, while similar in structure to E. coli OmpA have different functions, such
as performing as pores. The sequences are different to those of E. coli OmpA-like proteins

and as such it is not guaranteed that the internal structures of the proteins would be similar.

Bioinformatic analysis suggests that the OmpA-like proteins identified in Borrelia are more

likely to be OmpX or OmpW than OmpA. OmpA in Gram negative bacteria is known to
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interact with the peptidoglycan layer present just beneath the OM, however the putative -
barrels identified in Borrelia lack such a domain and the peptidoglycan layer islocated much
closer to the cytoplasmic membrane. The inside of the barrel of BAPKO_0422 is predicted to
contain many glycine residues and resemble an inverse micelle, similar to OmpX, however
the loop regions are predicted to be much longer than OmpX, and more characteristic of
OmpW. As OmpW is aresponsible for the passive uptake of hydrophobic nutrients (Hong et
al., 2006), not all bacteria have a requirement for this protein, in which case Borrelia may
contain OmpW or arelated protein.
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Chapter 4. Cloning and preparation of OmpA-like protein for structural
studies

4.1 Amplification of genesfor cloning

Genes encoding for putative OmpA-like proteins in B. afzelii; BAPKO_0026 and
BAPKO 0422, and B. garinii; BG0027 and BG0407 were amplified using nested PCR and
the primers in Table 2.5 & Table 2.6. No B. burgdorferi s.s. genes were amplified as no B.
burgdorferi s.s. DNA had been sourced at the time of amplification.

In a standard PCR reaction, there are three stages; initia denaturation, amplification cycle
and final extension. The initial denaturation step is the heating of the reaction mix to 95 °C
for five minutes. This denatures (or ‘unzips’) double stranded DNA, exposing the base
groups on each strand. Immediately after this amplification cycles commence. Each
amplification cycle consists of three stages; denaturation, annealing and extension.
Denaturation — same as initial denaturation, but for thirty seconds rather than five
minutes
Annealing — the reaction mix is cooled to a temperature a couple of degrees below
the lowest melting temperature (Ty,) of the primers to enable primer binding
Extension — the reaction mix is heated to 72 °C to enable Tag DNA polymerase
extension of the primers using theinitial strand as atemplate
Standard PCR procedure is to repeat this amplification cycle twenty eight times before the
final extension stage of five minutesat 72 °C.

Nested PCR is a highly sensitive technique that uses two consecutive stages of PCR to
amplify the target region of DNA with a limit of detection comparable to that of real-time
PCR (Chacon and Ferreira, 2008). This enables amplification of a specific gene from a low
concentration sample in the presence of a high DNA contamination, in this case Borrelial
DNA in the presence of Ixodid tick DNA. The initial stage of nested PCR amplifies a
fragment of DNA dlightly larger than the required target gene, the second stage then
amplifies the target gene from within the initial amplification (Chacon and Ferreira, 2008).
The amplification of two or more regions as carried out in nested PCR has been shown to
produce a higher sensitivity than when amplifying one region as in traditiona PCR
(Grankvist et al., 1996, Zhang et al., 2007). The use of two primer pairs greatly reduces the
likelihood of amplification of an incorrect gene; the first round of amplification is susceptible
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to low-level amplification of non-specific gene fragments, but it is highly unlikely that these
fragments would be amplified by the second primer pair. The amplification process is

summarised in Figure 4.1

As nested PCR (nPCR) is at its ssmplest two full rounds of PCR using different primers, the
major difference is the number of cycles in the amplification phase. The annealing
temperature is varied depending on the T, of the primers. The amplification stage is repeated
twenty times in the initial PCR using initial (or ‘outer’) primers and thirty five times in the

secondary PCR using secondary (or ‘inner’) primers.

B
I ————— .
e,
3 o’

Figure 4.1. The amplification of a target gene by nested PCR. A) double stranded genomic DNA (gDNA) with target
gene highlighted in red. B) Initia amplification: gDNA unzipped with primers bound (dark blue) and extended (light blue)
using gDNA as a template. C) DNA fragment comprising target gene and a large surrounding area. D) Secondary
amplification: Initial fragment has been unzipped and secondary primers (dark green) bound and extended (light green). E)
Final gene fragments. Once a strand has been replicated, this strand can then be used as the template for replication in the
opposite direction. The replication is cut short when the end of the strand is reached, thus producing a fragment. The result
of the amplification is a large number of fragments, the majority of which are concise fragments. The process is repeated
again, this time amplifying the target gene and only a small surrounding area, mainly from the synthesised fragments (light
blue). This step produces alarge quantity of target gene (light green and red).

Housekeeping genes are required for maintenance of basic cellular function, and as such are
employed as positive controls for PCR amplifications. Housekeeping genes PepX and UvrA
(section 2.1.2) were selected and amplified using the primers in Table 2.4. BG0027 was
selected as an experimental amplification. For BG0027 reactions 1 & 2 the outer primer
pairing was G00270F1/G00270F2, and the secondary (inner) primer pairings were
G0027I1F1/G0027IR1 and G00271F2/G0027IR2 respectively (Table 2.5). The primary
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amplification used the annealing temperature 50 °C (housekeeping genes) and 60 °C
(BG0027), whilst all secondary amplification were carried out with an annealing temperature
of 52 °C. There was visible product of approximately the correct size (~660 bp) in both
housekeeping genes along with one of the target gene combinations (Figure 4.2),
demonstrating that the nested PCR method was effective. All gel analysis of PCR products
was carried out using a 2 % agarose gel as described in section 2.2.8.2.

A - Initial Amplification B - Secondary amplification

sgb :
750
700
650
600
550
500
450

400
350
300

250

" 200

+J 150

100

Figure 4.2. Amplification of PepX, Uvr A and BG0027 using nPCR. A) Lanes from L-R: 800 bp step ladder, PepX, UvrA,
BG0027 (1), BG0027 (2). B) L-R: 800 bp step ladder, PepX, UvrA, BG0027 (1), BG0027 (2)., BGO027 was selected at
random for experimental method testing. Three bright product bands are visible at approximately 650 — 700 bp. In addition a
faint, smaller PCR product at around 450 bp isvisible in all three reactions. These are likely bands produced by non-specific

primer binding.

The absence of product in the initial amplification provided evidence that NPCR is required to
produce sufficient product. The failed amplification from reaction 1 for BG0027 indicates
that there was likely a problem with the primer T, difference. Single-step PCR was attempted
using the secondary amplification pairs was conducted on the housekeeping genes and
BG0027 for the same number of inner amplification cycles (35) as nPCR, however there

were no products produced (Figure 4.3) confirming that nested PCR was required.
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Mw lanel lane2 lane 3 lane4

Figure 4.3. Gel of 35 cycle PCR using secondary primers only. Mw is the 800 bp step ladder, lanes 1-4 are as follows:
PepX, UvrA, BG0027 (1), BG0027 (2). PCR conducted using an annealing temperature of 50 °C (housekeeping genes) and
60 °C (BG0027). Primers used were those used for secondary amplification previoudly (Figure 4.2 B) No PCR product was
produced from either of the housekeeping genes or the experimental amplifications.

Amplification of the orthologous gene BAPKO_0026 was carried out in the same manner, in
this case, primer pairs AO0260F1/A00260R1 and A00261F1/A0026IR1 yielded sufficient
amplification of the gene; though the annealing temperature had to be adjusted to 56 °C
(initial) and 59 °C (secondary) for optimum amplification.

BAPKO 0422 and BGO0407 were not successfully amplified using initia primer
combinations and annealing temperatures, hence a broad screen was conducted using
multiple combinations of primary and secondary primers (Table 2.5) for each gene (Figure
4.4). Primer pairs with a T, difference greater than 5 °C were not used. In al, six different
primer combinations were used for BG0407 and seven for BAPKO_0422. The annealing step
temperatures selected for this trial were 51 °C for the initial amplification and 59 °C for the

secondary amplification.
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G2 G3 G4 G5 G6 A1l A2 A3 A4 A5 A6 A7

Figure 4.4. Amplification screen for BG0407 and BAPKO_0422. Far l€ft; the standard 50 bp step ladder (NEB) used.
Lanes G1-G6 are the amplification attempts of BG0407, lanes A1-A7 are BAPKO_0422. Primer combinations G1 and G2
from BG0027 and A2, A4 and A6 from BAPKO_0422 have produced PCR products. Both BG0407 reactions have produced
two PCR products, one of which is approximately 500 bp. For the addition of restriction sites, PCR product from primer
combinations G1 and A6 were chosen. In addition, G2 appeared to have produced two bands of very similar size at
approximately 600/650 bp. The larger band produced from G1 was excised, purified and this used for production of

constructs.

Successful primer combinations for the amplification of BG0407 were: G04070F1/
G04070R1 with G0407IF1/ G0407IR2 (G1) and G04070FLl/ G04070R1 with G0407IF2/
GO0407IR1 (G2) and for BAPKO_0422: A04220F1/ A04220R1 with A0422IF2/ A0422IR1
(A2); A04220F1/ A04220R2 with A0422IF2/ A0422IR1 (A4) and A04220F2/ A04220R2
with A04221F2/ A0422IR1 (A6). Combinations G1 (the product at approximately 660 bp,
excised and purified) and A6 were selected as G1 produced the clearest amplification of
BG0407, whereas G2 appeared to have produced two fragments of very similar size as
evidenced by the bright bands at approximately 600 bp. Both A2 and A6 produced clear
individual bands, however as A6 was brightest, this was chosen. There is a very faint and

present from primer combination A4.

The product was purified and restriction sites were added to each end of the gene through a
further 28 cycle PCR using overhang primers (Table 2.6) as detailed in section 2.2.1.
Constructs were designed to produce a recombinant protein resembling the native protein as
close as possible. In order to achieve this, primers were designed to start the recombinant
protein at residues immediately following the predicted signal peptide cleavage site. Primers
for adding restriction sites were designed with a small region of DNA that was designed to
‘overhang’ upon annealing to the target strand (Figure 4.5).
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AACTGCCCAATCAAAAAGCAAAACTATGGTTGA

60 80 (base pairs)

Figure 4.5. An example the positioning of a forward overhang primer, A0422CF. In black text is the PCR product after
amplification of the gene with both initial and secondary primers. In red is the overhang primer, the black box is the
amplified product and the red arrow is the direction of amplification. The numbering of base pairs begins at the beginning of

the gene. Positioning of the primer in this way removes the signal peptide.

The magjority of the primer matches with the DNA strand (and so will bind to the
complementary strand) however, the initial 11 bases do not. After amplification beginning
from this primer is complete, the reverse primer will bind to the amplified strand and
amplification will proceed aong using the newly synthesised strand as a template, including
the former overhang. This will produce a complete restriction site ready for further
amplification and digestion. The primer was designed to overlap the start of the gene,
minimising the number of extra residues at the start of the protein, in some cases, extra bases
had to be added between the restriction site and the start codon in order to bring the sequence
into frame. PCR products with restriction sites were sent for sequencing (Source Bioscience,

Nottingham, UK). An example of sequencing results for BAPKO_0422 follows (Figure 4.6)

>BAPKO 0422_F

NNNNNNANNNAACANCAGGCT TGT TACT GCCCAAT CAAAAAGCAAAT CTATGGT TGAAGATGACT TTGACT TTGAGAAACT TCTTGCAAAA
GAAGAGTCTGTCCGCCGT TTATTTGGTATAGGCT TTGGGATTGGATACCCACT TACAAACATTACAATATCTGI TCCATATGTAGACATAG
ACCTTGGCTACGGAGGATTCGT TGEGECT TAAACCCAACAATTTCATGCCCTATGT TGTAATGGGAATAGACCT TTTATTTAAAGATGAAAT
ACATAAAAACACCAT GATTTCCGGCGECAT TGGAATAGGAGCAGAT TGGT CAAAAGGAAGCCCT GAAAAAT CGAAT GAAAACCT TGAAGAA
GACGAACAAGAAGATCCTCAAACATCTCTTTCTCATCAAAATAGAATAGGCGGT TGTGATACCTTTGNCTTTGGAATCAAATTTTCTCCCTA
ATAAAAAAATTGGGGT TAAAGCT GT TGCTNCTANT GNAACTACNACAACATTTGNNNNNNCNNT GCCATTTGNAT TNGCNNGANNTANTTT
CNNGTNCACGGGECNTNNGNNNTATATATATATATNGNNNANNNANNNNNANNT CCNNNAANNANAAAN

XXXNXRLVTAGBKSKSMVEDDFDFEKLLAKEESVRRLFGE GFG GYPLTNI TI SVPYVDI DLGYGGFVGLKPNNFMPYVWMG DLLFKDEI
HKNTM SGGE G GADWSKGSPEKSNENL EEDEQEDPQT SL SHONRI GVVI PLXLESNFL PNKKI GVKAVAXXXT XT TFXXXXPFXXXXXXF
XXTGXXXE Y1 Y XXXXXSXXXKX

Figure 4.6. Results of BAPK O_0422 sequencing. Top - DNA was sequenced in the 5’-3’ direction on both the forward and
reverse strands using BA0422CF as primer. Some bases were not able to be automatically assigned and so were assigned
manually where possible. Bases that were unassigned are denoted as N. Bottom - Translation of sequenced DNA, the first
three residues of the protein sequence are highlighted grey and the last three light grey. Residues unable to be assigned are
denoted as X.

The gene sequence was translated to the amino-acid sequence using the ExXPASy Trandlate
tool (Figure 4.7). This was BLAST searched to ensure that the correct gene had been
amplified.
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tr (QOSNA2 Ful | =Unchar acteri zed protein; [Ordered Locus |201 AA
QOSNA2_BORAP |Nanes = Baf PKo_0408, BAPKO 0422;] [Borrelia
afzelii (strain PKo)]

Score = 354 bits (909), Expect = 5e-96
Identities = 177/182 (97%, Positives = 178/182 (97%

Query: 1 QSKSKTMVEDDFDFEKLLEKEESVRRLFG GFG GYPLTNI Tl SVAYVDI DLGYGRFVGL 60
QSKSKTMVEDDFDFEKLLEKEESVRRLFG GFG GYPLTNI | SV YVDI DLGYG FVG-
Shjct: 20 QSKSKTMVEDDFDFEKLLEKEESVRRLFA GFG GYPLTNI || SVPYVDI DLGYGGFVGEL 79

Query: 61 KPNNFMPYVWMA DLLIKDEI HKNTM SGE GVIGADWSKGSPEKSNENL EGDVNEDQQTS 120
KPNNFMPYWWME DLL KDEI HKNTM SGGE G GADWSKGSPEKSNENL EGDVNEDQQTS
Shjct: 80 KPNNFMPYWWMGE DLLEKDEI HKNTM SGG 3 GADWSKGSPEKSNENL EGDVNEDQQTS 139

Query: 121 LENRI GwI RLPLVI EYSFLKNI VI GFKAVATI GTTM.FGNPMSFEGARFNFLGTGFI KI 180
LENRI GWI RLPLVI EYSFLKNI VI GFKAVATI GTTM.FGNPMSFEGARFNFLGTGFI K
Shj ct: 140 LENRI GwWI RLPLVI EYSFLKNI VI GFKAVATI GTTM.FGNPMSFEGARFNFLGTGFI KI 199

Query: 181 Yl 182
YI
Sbjct: 200 Yl 201

Figure4.7. Amplified BAPKO_0422 BLAST result. Displayed isthe BLAST result of trandated gene searched against the
B. afzelii proteome showing the top hit QOSNA2, which from the bioinformatic results (chapter 3) is the putative protein.
QOSNA2 (aso noted as BafPKo_0408 and BAPKO) There are five polymorphisms (turquoise) in the amplified gene
compared to that in the database.

Five polymorphisms were visible in the gene compared to the peptide sequence in the
UniProtKB database. The database sequence was sequenced from laboratory cultured
bacteria, whereas the gene amplified was from wild-type Borrelia.

4.2 Production of gene constructs

The amplified genes and pET-47b(+) were sequentialy digested as described in methods
section 2.2.2. Once both digests had been completed the DNA fragments were purified using
a QIAquick PCR cleanup kit (Qiagen, Loughborough, UK). The concentration of DNA was
calculated.

pPET-47b(+) was selected with the goal of expressing His-tagged proteins in the cytoplasm
without the signal peptide, hence the exclusion of the signal sequence by primer design.
Ligation reactions were carried out at pET-47b(+):gene ratios: 1.1, 1:3, 1:6 and 1:10.
Negative controls were included as described in section 2.2.5. When complete the reaction
mixes were used to transform NEB Turbo Competent E. coli cells which were plated onto
agar plates for antibiotic screening. Development of the method is included in the methods
(section 2.2.5).
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The two ligation ratios that proved most effective were 1:3 and 1:6. Colonies of E. coli
containing BAPKO_0422/pET-47b(+) were produced at both of these ratios, whilst colonies
of BG0407/pET-47b(+) were produced at the ratio 1:3. Multiple colonies from each plate
were selected and cultured overnight in 5 ml LB with kanamycin (as described in section
2.2.6). Potential constructs were extracted from the cultures using a QIAprep Spin Miniprep
Kit (Qiagen, Loughborough, UK) and eluted in 50 pl nuclease free water. 2 pl of each
potential construct digested using both restriction enzymes. The resulting DNA fragments
were analysed using a2 % agarose gel (Figure 4.8).

BAPKO_0422/pET-47b(+) BGO407/pET-47b(+)
10 k R
8 k *

g::'- el il e ——
4k’_
3k

Figure 4.8. Digested gene constructs. L-R 1 kbp step ladder, BAPKO_0422/pET-47b(+) constructs, BG0407/pET-47b(+)
constructs. Bands at approximately 600-700 bp are inserted DNA (white box) were excised from the construct by digestion.

Once it was confirmed by electrophoresis that two fragments were present at approximate
sizes (vector and inserted DNA) the BAPKO_0422 and BG0407 constructs were sent for
sequencing at Source Bioscience (Nottingham, UK). Sequencing was conducted using T7
primers in both the forward and reverse direction (Figure 4.9 & Figure 4.10).
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0422 (1) gene with Hi s-tag.
ATGGCACATCACCACCACCACCACT CCGCGCCT BN GRACICEICINCACEEASEE T
ACCAGGAT CCGCAAT CAAAAAGCAAAACTATGGT TGAAGATGATTTTGACT TTGAGAAACT
TCTTGAAAAAGAAGAGT CTGTGCGCCGT TTATTTGGCATAGGCT TTGGAATTGGATACCCA
CTTACAAACATTACAATATCTGT TGCGTATGTAGATATAGACCT CGGCTACGGAAGATTCG
TTGGGCTTAAACCCAACAATTTCATGCCCTATGT TGTAATGGGAATAGACCTTTTAATTAA
AGATGAAATACATAAAAACACTAT GATTTCCGGCGGCAT TGGAAT GGGTGCAGATTGGTCA
AAAGGAAGT CCTGAAAAAT CGAAT GAAAACCT TGAAGGAGACGTAAAT GAAGAT CAACAAA
CATCTCTTGAAAATAGAATAGGGGT TGTAATAAGGCTACCTTTGGTAATAGAATACAGTTT
TCTTAAAAATATTGTAATTGGGT TTAAAGCTGT TGCTACTATTGGAACAACTATGCTATTT
GGAAACCCAATGTCATTTGAAGGAGCTAGATTTAATTTCTTGGGCACAGGCTTTATAAAAA
TATATATATAA

Figure 4.9. BAPKO_0422 gene sequence obtained from construct. Sequencing carried out a Source Bioscience
(Nottingham, UK) using the T7 promoter in the 5°-3” direction. This sequencing data is much clearer than the sequencing of
just the gene. No manual adjustments to the data were necessary. Highlighted in green is the start codon, turquoise is the
His-tag, red denotes the HRV-3C cleavage site and grey the BAPKO_0422 coding sequence.

The sequenced construct DNA for BAPKO 0422 and BG0407 were trandated using the
TRANSLATE program on EXPASY. This found that the BG0407 gene was out of frame
with the open reading frame of the plasmid (Figure 4.10); resulting from an error in primer
design - an extra base pair was required between the restriction site and gene to bring the

geneinto the reading frame of the plasmid.

BAPKO 0422 FORWARD WAHHHHHHSAANENEREEEGY QOPQSKSKTMVEDDFDFEKLL
EKEESVRRLFG GFG GYPLTNI Tl SVAYVDI DLGYGRFVGLKPNNFMPYWMA DLLI KD
El HKNTM SGG GMGADWSKGSPEKSNENL EGDVNEDQQTSLENRI GWI RLPLVI EYSFL
KNI VI GFKAVATI GTTM.FGNPNSFEGARFNFLGTGFI Kl Y1 -

BAPKO 0422 REVERSE NAHHHHHHSAABENEEGERGY QDPQSKSKTMVEDDFDFEKL L
EKEESVRRLFG G-FG GYPLTNI TI SVAYVDI DLGYGGFVGLKPNNFMPYWMAE DLLI KD
El HKNTM SGE G GADWEKGSPEKSNENL EGDVNEDQQTSLENRI GVWI RLPLVI EYSFL
KNI VI GFKAVATI GT TMLFGNPMSFEGARFNFLGTGHI KI Y1 -

B&407 FORWARD - SPLSGIRVPGSDQSKSKSMWEDDFDFEKLLAKEESVRRLFG GFG
| GYPLTNI TI SVPYVDI DLGYGGFVGLKPNNFMPYVAAG DLLFKDEI HKNTM SG3E G G
ADWSKGSPEKSNEKL EEEEENEAQQRVNSL ONRI GWI RLPLVI EYSFLKNI VI GFKAVATI
GITMLLGGPMSFEGARFNFLGTGHI Kl Y1 -

Figure 4.10. Trandation of sequenced constructs. Top: BAPKO_0422 sequenced in the T7 forward direction, middle:
BAPKO_0422 sequenced in the T7 reverse direction, bottom: BG0407 sequenced in the T7 forward direction. Highlighted
in grey isthe protein sequence, green is the start codon, the His-tag is turquoise and the HRV-3C cleavage site red. The His-
tag and HRV-3C cleavage site are not present in the same reading frame as the BG0407 gene. The cloning primers were
reanalysed and it was found that the forward BG0407 primer was incorrect, resulting in the gene being out of frame by one
base from the reading frame of the plasmid.
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The resulting protein sequence in frame with the His-tag was BLAST searched. The top hit
was BAPKO_0422 (named BAPKO_0408 from this strain) (Figure 4.11).

tr |[QOSNA2 Put ati ve uncharacterized protein [ Baf PKo_0408] 201 AA
(QQOSNA2_BORAP [Borrelia afzelii PKo]

Score = 358 bits (920), Expect = 2e-97
Identities = 179/182 (98%, Positives = 179/182 (98%

Query: 1 QSKSKTMVEDDFDFEKLLEKEESVRRLFG GFG GYPLTNI TI SVAYVDI DLGYGGFVGL 60
QSKSKTMVEDDFDFEKLLEKEESVRRLFG GFG GYPLTNI | SV YVDI DLGYGGFVG-
Shjct: 20 QSKSKTMVEDDFDFEKLLEKEESVRRLFA GFA GYPLTNI || SVPYVDI DLGYGGFVGL 79

Query: 61 KPNNFMPYVVWMG DLL] KDEI HKNTM SGE G GADWSKGSPEKSNENL EGDVNEDQQTS 120
KPNNFMPYWWME DLL KDEI HKNTM SGGE G GADWSKGSPEKSNENL EGDVNEDQQTS
Shjct: 80 KPNNFMPYVWMGE DLLEKDEI HKNTM SGGE G GADWSKGSPEKSNENL EGDVNEDQQTS 139

Query: 121 LENRI GwI RLPLVI EYSFLKNI VI GFKAVATI GTTM.FGNPMSFEGARFNFLGTGFI KI 180
LENRI GwVI RLPLVI EYSFLKNI VI GFKAVATI GTTM.FGNPMSFEGARFNFLGTGFI Kl
Shj ct: 140 LENRI GwWI RLPLVI EYSFLKNI VI GFKAVATI GTTM.FGNPMSFEGARFNFLGTGFI KI 199

Query: 181 Yl 182
YI
Sbjct: 200 Yl 201

Figure 4.11. Top hit from the BLAST search of BAPKO_0422. Protein sequence used is that from Figure 4.10 minus the
Histag, cleavage site and extra residues before the start of the protein. Polymorphisms between the cloned wild-type
sequence and the database sequence are highlighted in turquoise. QOSNA2 was the third hit behind homologues E2INC3 -
BafACA1 0410 and K4I'YN5 — BafHLJO1_0440 each with scores of 361 and E-values of 5e-98. BafPKo_0408 is another
identifier for BAPKO_0422 from a different isolate.

The gene amplified and cloned into pET-47b(+) was determined as BAPKO_0422 with three
amino-acid polymorphisms compared to the sequence in the database. Two polymorphisms
seen in the sequenced gene (Figure 4.7) are not present in the construct gene. This is either
due to more accurate sequencing data from construct DNA or the presence of different strains

of wild-type B. afzdii in the tick and subsequent amplification of genes with polymorphisms.

4.3 Recombinant Expression of BAPKO_0422

43.1 Codon usage

E. coli K12 codon usage was compared to the sequence of BAPKO_0422 to determine if any
rare codons used by B. afzelii would prevent optimum expression. The genetic sequence of
amplified BAPKO_0422 including His-tag and HRV-3C cleavage site was compared against
E. coli K12 codon usage using the web based server - graphical codon usage analyser (gcua).
Five codons present in the gene (CTC, ATA, AGA, AGG and CTA) arerarely used in E. coli
K12 (Figure 4.12).
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Figure 4.12. E. coli K-12 codon usage in the B. afzelii gene BAPKO_0422. Codons with less than 20 % usage are
coloured grey and codons used less than 10 % are in red. There are a large number of rare codons present throughout the
gene, making it unlikely that any K12 based E. coli strain would be able to successfully overexpress BAPKO_0422.
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Due to the presence of rare codons in the gene, E. coli Rosetta (DE3) (Merck) were used for
expression. Rosetta cells contain tRNAs for six rare codons on a chloramphenicol resistant
plasmid to enable translation of amost all DNA sequences that contains rare codons. The six
rare tRNAs accounted for are AGG, AGA, AUA, CUA, CCC, GGA, five of which feature in
the gene sequence of BAPKO_0422.

4.3.2 Autoinduction

The ultimate goa was the production of an autoinduction protocol followed by purification
and refolding of large volume of protein. Autoinduction was the preferred method of
overexpression due to the potential to produce large quantities of protein. Initially however,
small scale expression trials took place using 50 ml cultures of BAPKO_0422 in LB and
IPTG induction to test the Rosetta cells and the purification technique. Expression induced by
0.1 mM IPTG produced very little protein whereas expression induced by 1 mM IPTG
produced larger quantities. Expression was accomplished using the protocol as described in
section 2.2.7.1. and confirmed by SDS-PA GE and western blot (not shown).

Expression by autoinduction was conducted in a total volume of 400 ml according to the
protocol detailed in section 2.2.7.2. The first attempt was unsuccessful. This was later
determined to be due to the addition of the 5052 (glucose and lactose) component prior to
autoclaving, resulting in caramelisation of the sugars. To counter this, 5052 was filter
sterilised (0.45 pM) and added after autoclaving of the base media. NPS and MGSO,4 were
also filtered and added after autoclaving to prevent compound degradation. The second
expression was aso unsuccessful, so the shaking speed was increased to 200 rpm and the fail
seal removed to increase aeration of the culture. These changes resulted in alarge quantity of
protein being expressed, as confirmed by SDS-PAGE (Figure 4.13).
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Figure 4.13. Expression of BAPKO_0422. Whole cell lysates were run on an SDS-PAGE to determine expression of
BAPKO_0422. Lane 1 - The large band at approximately 23 kDa (red box) is expressed BAPKO_0422. Lane 2 - Expression
of E. coli with no expression construct.

4.4 Purification and refolding of BAPKO_0422

441 Purification of inclusion bodies

Development of the lysis buffer and insoluble protein separation protocols was a substantial
process; initially the harvested cell pellet was resuspended in 1x PBS and lysed by sonication
for three minutes before washing. From visua inspection it appeared that lysis was
incomplete. Varying sonication pulse lengths were tried before the initial resuspension buffer
was switched from PBS to 0.3 M NaCl, 50 mM Tris-HCI at pH 8 and one hour incubation on
ice with 0.4 mg/ml lysozyme was added prior to the sonication step. This modified protocol
proved adequate for lysing the volume of cells present in < 50 ml IPTG induced cultures.
Autoinduction cultures however contained much larger volumes of cells, which were not
completely lysed by the protocol for ITPG induction, hence the concentration of lysozyme
was increased to 1 mg/ml and sonication time increased to two minutes total pulse.
Detergents such as Triton X-100 are often added to buffers to assist in the lysis of cell
membranes. Initially this was not considered an option as many detergents are used to
solubilise membrane proteins from inclusion bodies (Seddon et al., 2004) and as solubilising
the protein would mean refolding, it was preferable to leave the protein in inclusion bodies
until purification. A trial was conducted using 0.1 % (v/v) Triton X-100 added to the lysis
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buffer as Triton X-100 is not generally used for membrane protein refolding. Lysis was much
more efficient with the addition of Triton X-100 and SDS-PAGE analysis confirmed that the
protein was still present in inclusion bodies. The inclusion bodies were solubilised in FPLC
buffer A (Table 2.2) after three salt washes to remove soluble proteins (described in section
2.2.9) and the soluble and insoluble fractions analysed by SDS-PAGE and Western Blot
(Figure 4.14).
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Figure 4.14. Separation of inclusion bodies. A) SDS-PAGE. B) Western blot. Cells were harvested from an autoinduction
culture, lysed and the soluble and insoluble fractions separated as previously described. (A) Protein standard ladder
(Novagen), 1,2,3 - initial salt wash fractions, 4 - secondary salt wash fraction, 5 - insoluble fraction solubilised in 8 M urea.
(B) Protein standard ladder (Novagen), 1 - initial salt wash fraction, 2 - secondary salt wash fraction, 3 - insoluble fraction
solubilised in 8 M urea. As the initial salt wash fractions were al very similar, only one was run on the western blot.
Highlighted in red is a band of approximetely the expected size for BAPKO_0422. No BAPKO_0422 was present in either
salt washes (soluble fractions). The gel used was a pre-cast 4 — 12 % (w/v) Big/Tris run as described (section 2.2.8). A large
number of proteins have been removed by the salt wash steps athough several remained in the insoluble fraction and were
present on the SDS-PAGE as faint bands. The secondary band at approximately 50 kDa that produced a positive result on the
Western blot is either caused by an E. coli protein bound to BAPKO_0422 or aBAPKO_0422 dimer.
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442 IMAC purification & refolding

Cells from expression cultures were lysed and protein harvested from inclusion bodies as
described in section 2.2.9. Initia buffers for resolubilisation of inclusion bodies and IMAC
purification contained 8 M urea instead of 6 M GuHCI as this was the most common
denaturant used in the literature. However, this resulted in very low binding of protein to the

column with alarge amount of protein remaining in the flow through (Figure 4.15).
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Figure 4.15. IMAC Chromatogram of purification of BAPKO_0422 in inclusion bodies solubilised with 8 M urea.
Flow rate used was 1 ml/min™. Sample was loaded in 8 M urea, 0.3 M NaCl, 30 mM Tris-HCI, pH 8 and run with this buffer
until the baseline returned to 0. The large peak from 20 to approximately 50 minutes is the loading peak of protein that did
not bind to the column. Protein was eluted by buffer containing 0.3 M imidazole, 8 M urea, 0.3 M NaCl, 30 mM Tris-HCI,
(pH 8). The small peak at around 105 minutes (red arrow) is the eluted protein, followed by the peak caused by absorbance

of light by imidazole. Only a minute fraction of protein bound to the column, hence protocol optimisation was required.

In an attempt to increase the binding capacity, the pH of all buffers was varied (7, 8 and 9),
and the NaCl concentration also varied (0.1, 0.3, 0.5 and 1 M). This included the buffer in
which the inclusion bodies were resuspended. None of these changes or combinations of
changes made any noticeable difference to the binding. The column was also cleaned with 0.5
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M NaOH, stripped of nickel using 10 mM EDTA and recharged with freshly made and
filtered (0.45 pm) 100 mM NiSO,4, but again no increase in binding was found. The
denaturant was switched from 8 M ureato 6 M GUuHCI at pH 8, this showed an increase in
protein binding (Figure 4.16).
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Figure 4.16. IMAC Chromatogram of purification of BAPKO_0422 in inclusion bodies solubilised with 6 M GuHCI.
This chromatogram shows elution of the peak once the denaturant had been switched to GUHCI. When compared to the
previous chromatogram the peak eluted had a higher absorbance and was wider (red arrow), indicating that more protein had
bound to the column. The peak at approximately 15 ml was found to be non-specifically bound protein by SDS-PAGE, and
the large peak to be pure BAPKO_0422 (data not shown). Both conductivity and % buffer B are plotted on the secondary
axis.

After this improvement, the pH and NaCl concentration were altered, but again to no avail.
After searching the literature it was observed that glycerol was added to the sample and
loading buffers to reduce hydrophobic interactions (Bane et al., 2007). Glycerol was added to
the sample and the 6 M GuHCI loading buffer (FPLC buffer A) to give atotal 10 % (v/v),

which resulted in an increase in protein binding (Figure 4.17).
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Figure 4.17. IMAC Chromatogram of purification of BAPKO_0422 in inclusion bodies solubilised with 6 M GuHCI
with the addition of 10 % (v/v) glycerol. The loading stage (0-400 ml) is longer than usua due to this being a sample that
did not bind on a previous purification attempt. The peak at approximately 530 ml is due to weakly bound proteins eluting.
The peak at approximately 640 ml (red arrow) is bound BAPKO_0422 being eluted by the addition of an imidazole-
containing buffer (6 M GuHCI, 0.3 M NaCl, 30 mM Tris, pH 8). Both conductivity and % buffer B are plotted on the
secondary axis.

The final attempt at increasing binding affinity was the addition of 1 mM EDTA to the lysis
buffer. As the E. coli were being cultured in LB and autoinduction media, there was a large
number of metal ions present for growth. It was speculated that these meta ions could be
strongly binding the His-tag, preventing the His-tag binding to the nickel on the column and
so the chelating agent EDTA was added. EDTA is used for stripping the nickel atoms from
the column, it was important that the EDTA never reached the column, hence its presence in
the lysis buffer. The EDTA was removed along with soluble proteins before the sample
reached the column, preventing the nickel being stripped from the column. Addition of
EDTA produced aminor increase in binding affinity of BAPKO_0422.

Development of the refolding protocol proceeded in conjunction with attempts to increase the

binding affinity for the column. The small yield that was obtained was shown to be pure by
SDS-PAGE (Figure 4.20) and so on-column refolding was attempted (Figure 4.18).
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The B-barrel domain of E. coli OmpA has been shown to spontaneously refold in detergent at
room temperature (this was also trialled with BAPKO_0422 in this research and estimated to
be true by SEC), however it was decided that a one-step purification & on-column refold
would be preferable to minimise purification steps. The on-column refolding protocol for
BAPKO 0422 protein was adapted from (Ito et al., 2003), which used a gradual decrease in
denaturant to achieve on-column refolding. Initialy, three refold buffers were planned (Table
2.2), thiswould leave the protein in 1 M GuHCI before gradient elution which would further
dilute the denaturant. A fourth RF buffer (the same composition as SEC buffer, Table 2.2)
was added to completely eliminate GUHCI from the sample. Initially upon the exchange of
one refold buffer to another, the column was | eft for half hour to equilibrate. Experimentation
with equilibration times found that this equilibration step was not necessary for proper
refolding and so removed, speeding up the process. During the refold process, no protein
eluted from the column and a large peak was detected upon the addition of the imidazole-

containing elution buffer (Figure 4.18).
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Figure 4.18. IMAC Purification and on-column refold of BAPKO_0422. A smal volume of previously purified
BAPKO_0422 was loaded onto the column and refolded. The change in refolding buffers is represented in the conductivity.
At approximately 160 minutes the conductivity peaks, this is the due to washing with buffer RF1 (4 M GuHCI, 0.3 M NaCl,
30 mM Tris, pH 8). Each decrease and plateau that follows is the exchanging of buffer. The GUHCI component decreased
with each new buffer (6 M, 4 M, 2 M, 1 M and 0 M) The NaCl and Tris concentrations remained constant and 0.1 % (w/v)
LDAO was included with the 4 M GuHCI buffer and all those used thereafter. BAPKO_0422 elution was a result of the
introduction of an imidazole-containing elution buffer (0.1 % (w/v) LDAO, 0.5 M imidazole, 0.5 M NaCl, 50 mM Tris-HClI,
pH 8).

443 SEC Purification

The column was prepared and calibrated as described in section 2.2.11. BAPKO 0422 was
concentrated to a volume of 1 ml using a 10,000 mwco before SEC. SEC was conducted
using aflow rate of 0.3 ml/min with fractions collected every 3 ml. Fraction collection began
after approximately 5 ml of buffer had run through the column. BAPKO_0422 eluted at
approximately 11 ml (Figure 4.19), which equates to a molecular weight of approximately 40
kDa. As has been noted, SEC cannot be used to accurately determine the mw of a membrane
protein due to the binding of an unknown number of detergent molecules. However the
expected mass of BAPKO 0422 (~23 kDa) added to the approximate mass of an LDAO
micelle (~17 kDa) results in a total mass of ~40 kDa, equivalent to that calculated from the

elution volume using the calibration curve (section 2.2.11).
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Figure 4.19. SEC Chromatogram of BAPK O_0422. Screenshot of SEC chromatogram from PrimeView software shows a
total elution on the X-axis. The red dashes are fraction numbers. 0.3 ml BAPKO_0422 in 0.1 % (w/v) LDAO, 0.3 M NaCl,
30 mM Tris (pH 8) at a concentration of approximately 5 mg/ml was loaded. The clear peak at approximately 34.5 ml total
volume was shown to be pure BAPKO-0422 by SDS-PAGE. Based on the elution volume of 11 ml and the calibration curve
(Figure 2.5) this equates to a molecular weight of approximately 40 kDa.

Analysis of the protein peak was conducted by SDS-PAGE (Figure 4.20) and the protein

found to be pure.

Figure 4.20. SDS-PAGE of purified BAPKO_0422. L-R: Sharp unstained protein standard (Novex), insoluble protein
fraction, protein purified by IMAC, empty well, protein purified by SEC. The insoluble protein fraction had a small number
of proteins present besides BAPKO_0422. These were all removed by IMAC. In addition there appears to be no anomalous
migration of the protein despite being boiled in SDS. BAPKO_0422 showed minimal absorbance at 320 nm, indicating no
protein aggregation.
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4.5 Discussion

The use of nested PCR (nPCR) was important for specific amplification of genes from the
samples provided by Dr. Gabi Margos. As these DNA samples are extracted from whole
ticks, Borrelial DNA was present in very small concentrations compared to tick DNA. As
described in section 4.1 amplification of genes with inner amplification primers (targeting
only the gene) was unsuccessful, therefore nested PCR using both primer pairs was necessary
to achieve the sensitivity required. During amplification by nested PCR there were several
instances of non-specific amplification (Figure 4.4), this was not unexpected as the high
concentration of tick DNA and the relatively low T, of primers used results in a high
probability of non-specific primer binding. The main amplification was of the desired genes,
which were excised from the gel where necessary and purified. An aternative to using nPCR
would have been to use pure Borrelial DNA such as that provided by Dr Volke Fingerle,
however this DNA was not obtained until after the genes had successfully been amplified.

A BLAST search of the translated sequence of amplified BAPKO_0422 shows 97 % identity
with that of BAPKO 0422 from B. afzdlii PKo. Some residues differ between the two
sequences, such polymorphisms are expected as the DNA was extracted from different
isolates. The region towards the C-terminus shows many unassigned residues (denoted as X)
as the sequencing become unreliable towards the end, hence the sequencing was carried out

in both directions.

Restriction digestion of the DNA fragments and plasmid vector proved problematic. Control
digestions found that both dilute (1 in 5) and neat Hindl1l fully digested the vector, whereas
neither neat or dilute BamHI accomplished complete digestion under recommended
conditions. A doubling of the BSA concentration in conjunction with using neat enzyme
stock in the BamHI digest resulted in almost complete digestion. Re-ligation of singly
digested vector was conducted as a positive control, this required a doubling of ATP and T4
DNA ligase concentration to be successful. Ligation of doubly digested insert to vector also
needed optimising. Various ratios were used as described in the methods (section 4.2). The
ligation temperature was varied: 15 °C, 20 °C, 23 °C, 33 °C and 37 °C, as was the incubation
times. 1, 1.5 and 2 hours. The various temperatures tried were suggested by the
manufacturer’s instructions and from troubleshooting forums. The conditions under which

ligation as successful (albeit with a low success rate) were: incubation at 23 °C for 1 hour
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with the addition of shaking at 120 rpm using doubled ATP and T4 ligation concentration.
Shaking was added in an attempt to encourage more movement in the reaction and increase
interactions between molecules. The addition of more base pairs to the 5° end of the each
restriction primer (ideally a total minimum of six bases should be included) would result in
the improved efficiency of the restriction enzyme as many restriction enzymes inefficiently
cleave restriction sequences near the ends of a DNA fragment, in particular those generated
by PCR amplification (Sambrook et al., 2000). Alternatively a different cloning approach that
did not require the use of restriction enzymes such as blunt-end or TA cloning would be used
as this would remove the need for restriction digestion entirely. Blunt end cloning however
may result in genes inserted backwards (which would require sequencing to confirm), and

both techniques have the potentia to insert multiple copies of the gene.

Analysis of the protein sequences of the constructs translated from sequencing data (Figure
4.10) highlighted an error in the forward primer for addition of restriction sites to BG0407,;
the protein sequence was not in the same reading frame as the His-tag, meaning that the
protein was not expressed. The BAPKO_0422 construct was produced in frame with the His-
tag. A BLAST search of the protein sequence to be expressed found an excellent match for
BAPKO 0422, with three polymorphisms. The first two polymorphisms [42T and P46A are
predicted to be on the inside of a 3-strand; both polymorphisms result in a smaller side-chain
protruding into the centre of the barrel, potentially altering the inner H-bonding networks.
The third predicted polymorphism F771 is predicted to be present at a residue forming part of
the aromatic girdle, substituting a phenylalanine for an isoleucine; this is not idea for the
girdle, however both OmpA and OmpX from E. coli have an isoleucine present in the girdle,
hence this is not an unreasonable substitution. It is also possible that the prediction of -

strand locationsis not entirely correct.

The codon usage by BAPKO_0422 was checked for rare codons (Figure 4.12) and it was
found that several codons not used by E. coli K12 were present in the gene sequence. Hence
E. coli Rosetta (DE3) cells (Merck) were used. Induction of expression by IPTG was
successful using standard lab protocols, however expression by autoinduction required an
increase in shaking from 120 rpm to 200 rpm and removal of the foil seal; an increased
incubation time and amplified proliferation of E. coli requires much more sample aeration.
Standard E. coli BL21 cells used as a negative control produced no expression under the
same conditions, validating the necessity of Rosetta cells.
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Purification of BAPKO_0422 by IMAC suffered primarily from low binding efficiency of the
protein to the column. A variety of alterations were made to the buffer composition and
protocol in an effort to increase binding. Increasing or decreasing the pH and the
concentration of NaCl of the loading buffer either individually or in tandem had no effect on
binding. Switching the denaturant from urea to GUHCI had the effect of increasing protein
binding dlightly. The addition of 10 % (v/v) glycerol inhibit non-specific interactions also
resulted in increased binding, as did the inclusion of 1 mM EDTA in the lysis buffer. This
was done as the autoinduction media contained metal ions and EDTA is a strong chelating
agent. The EDTA would therefore strip any metals that had bound the His-tag, which would
block binding to the Ni-NTA column. Columns from Qiagen and GE Healthcare were used as
bought and also stripped and recharged with freshly made NiSO,; the brand of column and
state of nickel had no discernible effect on binding affinity. BAPKO 0422 was eluted
through the use of 0.3 M imidazole, athough 1 M imidazole was used to determine if there
was any strongly binding protein that was not eluting under the influence of 0.3 mM
imidazole, hence creating the appearance of weakly binding protein. Thiswas not the case.

Optimisation suggested that either the His-tag was not properly exposed due to aggregation
formed by hydrophobic interactions, or that the His-tag was being hindered somehow by
being present at the N-terminus of the protein. It is more likely that the protein was not in an
optimal position at the N-terminus as hydrophobic interactions should have been disrupted by
the addition of glycerol. A different purification method such asion exchange may have more
success due to the large positive charge present (His-tag) or perhaps a different tag such as a
SUMO-tag could be used.

It was possible to refold BAPKO_0422 in LDAO on the benchtop as described (section
2.2.10.2). However, a protocol for refolding of the protein on the column was conducted to
increase purification efficiency. This was achieved using a system of buffers to lower the
denaturant concentration in the presence of an introduced detergent. Initially the each
refolding buffers were equilibrated on the column and left to sit for 30 minutes to allow
refolding to occur. Optimisation of the method found that this was unnecessary and that the
buffers could be loaded and once equilibrated the next buffer loaded. In the future the next
optimisation step would be to trial agradient from 6 M to 0 M GuHCI using just two buffers;

this would save preparation time and provide further automation for the process. The
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successful refold of protein by both methods was confirmed (after SEC) by Circular
Dichroism (chapter 5).

Size excluson chromatography is a technique used to separate proteins based on the
molecular weight and overall size and shape. The elution volume can be used to calculate the
molecular weight of the protein based on a calibration curve of proteins of known size and
shape. In the case of BAPKO_0422, SEC was used to obtain an estimation of sample purity
and not an accurate approximation of molecular weight. As BAPKO_0422 is a TM protein
and requires detergent to ‘protect’ the hydrophobic core, a large unknown amount of
detergent binds the hydrophobic region in an unknown configuration (section 2.2.16.3, Figure
2.7). Thus the overal size, shape and molecular weight of the protein-detergent complex is
unknown, preventing accurate calculation of the molecular mass or oligometric state. Asharp
peak was present, suggesting that at least a portion the protein was pure; however the peak
was followed by several smaller peaks. This is potentially a result of differing numbers of
detergent molecule binding the hydrophaobic region, with a large number forming something
similar to a complete micelle and the later eluting molecules having fewer detergent
molecules bound. There should be no molecules smaller than ~10 kDa present as the sample
was concentrated by centrifugation using a 10,000 Da mwco concentrator. A very rough
approximation of molecular weight was calculated using the elution volume of the peak and
assuming that a full LDAO detergent micelle formed around the hydrophobic core. From the
calibration curve (section 2.2.11, Figure 2.5) it was approximated that the protein and LDAO
micelle were present in a 1:1 ratio. Analysis of the absorbance of BAPKO_0422 at 320 nm
showed very little absorbance, suggesting minimal aggregation.

Chapter 5. Structural and functional studies of BAPKO_0422

5.1 Circular dichroism

Protein circular dichroism (CD) is the measure of the difference in absorbance of right and
left handed circularly polarised light over a range of wavelengths by an optically active
sample, and the use of this data to calculate the percentage composition of protein secondary
structure (Kelly et al., 2005). CD is an important technique in determining the secondary
structure of proteins as it can be carried out in a variety of buffers under denaturing
conditions, allowing for observation of conformational changes (due to ligand binding,
temperature or the presence of denaturants for example) and differences in structure between

Page | 153



mutants (Greenfield, 2006, Kelly et al., 2005). Whilst CD is a low resolution technique
compared to X-Ray crystallography and NMR spectroscopy, the ability to calculate the
overall percentage composition of protein secondary structure using CD is a useful technique
to aid the determination of high resolution structures by providing preliminary data with
regards to the structure and stability (Kelly et al., 2005).

The paths of left-handed (L) and right-handed (R) polarised light trace out circles (hence
circular polarised light), and are 90 ° out of phase with each other (Greenfield, 2006).
Assuming that the magnitudes of L and R are equal to each other, when viewed from the
front, this wave appears as two equal length circular vectors, one left handed and one right
handed (Figure 5.1 A (1), blue circle). The addition of the vectors produces planar polarised
light (red arrows, Figure 5.1 A (1)). This occurs when L and R are absorbed equally by
samples, or not at all (achiral molecules). This does not produce a CD signal. However,
unequal absorption of L and R by optically active samples results in the plane of the light
wave being rotated upon addition of the vectors creates an ‘elliptical’ polarisation (red
ellipse, Figure 5.1 A (11) & Figure5.2) (Kelly et al., 2005). Thisis the origin of the CD effect
(Greenfield, 2006).

=
- -

\ 4

| Il A
Figure 5.1. The CD effect. A) Left and Right polarised light in the plane of polarised radiation. (I) — both L and R have the
same polarisation magnitude, which when combined generate planar polarised light (red arrows). (1) L and R are polarised
to different degrees, producing an elliptically polarised signa (red dotted line). B) Absorption and CD spectra, 1 — L

absorbed more than R, 2 — R absorbed more than L, 3 — an achiral molecule, from which no CD signal is observed. Diagram
based on (Kelly et al., 2005).
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Figure 5.2. Addition of L and R polarised light of different magnitudes. A) Right-handed polarised light, B) R absorbed
more than |, addition of the two vectors results in dlipticaly polarised light and the CD signal, C) Left-handed polarised
light.

The generated CD signal is reported in many units, the most common of which are;
differential absorbance (AA), molar circular dichroism (Ag), degrees of dlipticity (6), and
molar ellipticity [0]. The CD signal is calculated using the equation:

A.A - ‘AL - ‘AR
Equation 3. Calculation of AA. A_ and Ag are the absorption of left and right handed polarised light respectively. For
achiral molecules, AA = 0 as the absorption of R and L will both be 0, this is ore applicable to small chemical molecules

however.

Degrees of dlipticity is defined as the tangent of the ratio of the minor to major elliptical axis
(Greenfield, 2006). The magnitude of 6 varies depending upon the concentration of protein in
the sample and path length. Hence molar ellipticity [8] is more commonly used; molar
dlipticity is the CD signal corrected for concentration and path length (AA / (molar
concentration x path length)) and has units of degrees cm? dmol™ (James and Wallace,
2009). The CD spectrum of a sample is obtained by CD signa as a function of wavelength
(Kelly et al., 2005).

Different structural elements of proteins have different characteristic CD spectra (Figure 5.3).
o-helices have negative peaks at 208 and 222 nm and a positive peak at 193 nm, [3-sheets
have a negative peak at 218 nm and a positive peak at 195 nm, proteins that are disordered
give avery low dlipticity signal above 210 nm and have a negative peak at approximately
195 nm (Greenfield, 2006). The CD signals characteristic of each type of secondary structure
arise due to differentia absorption by the peptide bond (amide chromophores) between
residues that are either chiral or present in chiral environments created by different types of
ordered folding (Kelly et al., 2005). The peptide bond has two electron transitions that
contribute to CD signal, one at ~220 nm and the second at ~190 nm.
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Figure 5.3. Example CD spectra. An example of far UV CD spectra of various secondary structures. A) a basic
representation of three main secondary structure spectra (Nelson and Cox, 2008) reported as molar circular dichroism. B)
More detailed secondary structure CD spectra (Kelly et al., 2005) reported as molar dlipticity. Solid line; a-helix, long
dashed line; anti-parallel B-sheet, dotted line; type | B-turn; cross and dashed line, extended 3;-helix; short dashed line,

random coil.
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511 Circular dichroism of BAPKO_0422
The N-terminal domain of E. coli OmpA has previously been analysed (Figure 5.4 - white

sguares). This provided a known reference spectrafor asmall TM B-barrel.
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Figure 5.4. CD spectra of E. coli OmpA TM domain. White sguares denote the N-termina 3-barrel domain from E. coli
(Sugawara et al., 1996). The negative peak occurs at approximately 215 nm and the positive peak at 200 nm. The peaks
occur at wavelengths expected for predominantly B-stranded proteins (Greenfield, 2006). The white and black circles
represent the CD spectra of whole OmpA purified in octyl-POE and SDS respectively.

CD data from BAPKO_0422 was collected using a JASCO J-810 spectropolarimeter at the
University of York as described in section 2.2.14 at two different concentrations (Figure 5.5
& Figure 5.7) in an effort to obtain as much data as possible. Data was processed using the
online web server DichroWeb (Lobley et al., 2002, Whitmore and Wallace, 2004, Whitmore
and Wallace, 2008) which uses a selection of algorithms to calculate the % secondary
structure present. The agorithms CDSSTR and SELCON3 were chosen for anaysis.
CDSSTR discounts proteins from the reference sets that are not relevant to the experimental
protein (Compton and Johnson, 1986), while SELCONS3 analyses and refines the results as
analysis progresses (Sreerama et al., 1999). Both of the algorithms used a set of reference
spectra for comparative analysis. There were several reference sets to choose from, sets 4 and
7 were selected as they were optimised for data in the range 190 - 260 nm (Janes, 2008), the
same range of data which was acquired for BAPKO_0422.
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Figure 5.5. CD of 0.33 mg/ml BAPK O_0422. Spectra collected at 20 °C in 0.1 % (w/v) LDAO, 0.3 M NaCl, 30 mM Tris-
HCI, pH 8. Once the H[T] voltage crosses 600 V (dashed green line) the data at lower wavelengths becomes unusable as the
data greatly varies. Data was acquired at a protein concentration of 0.33 mg/ml in 0.1 % (w/v) LDAO, 0.3 M NaCl, 30 mM
Tris-HCI, pH 8) between wavelengths of 190 - 260 nm, however datais only useable above 198 nm. The overall shape of the
experimental data up to this point (195 — 260 nm) is characteristic of -stranded protein and very similar to that of E. coli
OmpA (Figure 5.4). Datawas acquired in triplicate, shown is a representative trace.

The spectra produced (Figure 5.5) has the same shape and has peaks at similar wavelengths
as the E. coli N-terminal domain (Figure 5.4). The experimental data was submitted to the
online server Dichroweb and analysed using algorithms SELCON3 and CDSSTR with
reference datasets 4 and 7. The results are displayed below (Table 5.1), with the predicted fit
of the calculated secondary structure percentages plotted with the experimental data (Figure
5.6).
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Figure 5.6. Plots of BAPKO_0422 DichroWeb analysis. Green lines show experimental data, blue lines show data
calculated by the algorithms to fit the calculated secondary structure. The pink lines are the difference between the two
spectra. A) and B) are plots from SELCON3 analysis using reference datasets 4 and 7 respectively. Each reference set is
comprised of a majority of soluble globular proteins, with few transmembrane B-barrel proteins. The experimental data
varies greatly from the calculated spectra, suggesting a poor fit of the data (Whitmore and Wallace, 2004). (C) and (D) are
plots produced by CDSSTR using reference datasets 4 and 7 respectively (Janes, 2008). Whilst there is a difference between
the experimental and cal culated data, the difference is not as large as that between the experimental and expected datain (A)

and (B), which suggests a more accurate calculation of % secondary structure.

Each algorithm produced a theoretical CD spectra for a protein with the % secondary
structure calculated (Figure 5.6). CDSSTR was preferred as this discounted reference sets
dissmilar to OmpA; B-barrel proteins are under-represented in the reference sets, hence
CDSSTR analysis should be more accurate. SELCON3 was used as a comparison which took

into account all reference datasets.

The H[T] exceeded 600 V before data at 190 nm had been obtained and so data was acquired
at a second concentration; BAPKO_0422 was diluted to 0.166 mg/ml in an effort to acquire
data at lower wavelengths and run again (Figure 5.7).
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Figure 5.7. CD spectra of 0.166 mg/ml BAPK O_0422. Spectra acquired at 20 °C in 0.1 % (w/v) LDAO, 0.3 M NaCl, 30
mM Tris-HCI, pH 8. The dashed green line at 600 V highlights the point at which the CD signal becomes unreliable. The CD
data obtained up to that point is indicative of B-stranded secondary structure with the peaks at approximately the same

wavelengths as the N-terminal domain from E. coli OmpA.

As with the spectra obtained at 0.33 mg/ml, (Figure 5.5), this spectra has the same shape and
has peaks at similar wavelengths as the E. coli N-terminal domain (Figure 5.4). The data
obtained were analysed using the online server DichroWeb using the algorithm CDSSTR in
conjunction with reference sets 4 & 7 (displayed along with analysis of data acquired at 0.166
mg/ml in Table 5.1). Analysis of the data plots also produced comparisons of the calculated
spectra to the experimental spectra (Figure 5.8).
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Figure 5.8. CDSSTR analysis of BAPKO_0422 at 0.166 mg/ml. The experimental data is a very close fit to the Mean
residue ellipticity calculated from the data, suggesting a good fit of the results.

The results from 0.33 mg/ml and 0.166 mg/ml data were averaged (Table 5.1).

(r%’/’;fl) Algorithm Ref;te”ce Helix1 Helix2| Strand1 Strand2 Turns |Unordered  Total
SELCON| 4 |-0012 0012| 0297 0189 | 0226 | 0244 | 0.956
SELCON | 7 |-0010 0013| 0295 0190 | 0229 | 0239 | 0.956
CDSSTR| 4 | 000 005| 031 014 | 020 | 030 1

Ol cosstR| 7 | 000 o002| 028 014 | 020 | o038 | 09
Average | - | -0006 0024| 0201 0165 0216 @ 0286 | 0976
Total CDSSTR0.33 | 0.035 0.425 0205 | 033 :
CDSSTR| 4 | 001 007 | 023 014 | 022 | 033 1
CDSSTR| 7 | 000 003| 023 013 018 | 041 | 098
0160 Average | - | 0005 005| 023 0135| 020 | 037 | 099
Total 0.166 0.055 0.365 020 | 037 :
- | Averagel COSSTR 1 ooss 0.395 0203 | 035 | 099

Table 5.1. Results from DichroWeb analysis. The helix and strand columns are split into regular (1) and distorted (2)
categories (Sreerama et al., 1999). Despite SELCON3 being expected to give different results to CDSSTR, the percentages
are in reasonable agreement with very low helical content and a large fraction of B-stand/turn. Nevertheless SELCON3
results have not been included in the average data. Averaging the 0.33 mg/ml data calculated by CDSSTR reveals that over
40 % of the structure is B-stranded and approximately athird is unordered. Analysis of 0.166 mg/ml data using CDSSTR and
reference sets 4 and 7 calculated a smaller percentage of 3-strand and higher percentage of turns and unordered secondary
structure compared to data at 0.33 mg/ml.
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Analysis of the calculated secondary structure percentages found that BAPKO 0422 is
approximately 40 % [-sheet, 20 % turn and 35 % unordered. This is consistent with an OM -
Spanning protein.

OM-spanning B-barrel proteins are expected to remain stable above 100 °C (Sugawara et al.,

1996), hence CD spectra were obtained at increasing temperatures (45 °C to 90 °C in 15 °C
increments) to observe the thermal stability of the protein (Figure 5.9 & Table 5.2).

CD spectra of BAPKO_0422 at various temperatures

15 -
—20°C
—45°C
1 .
0 60°C
—75°C
5 - 90°C
)
0 S— |
190 260 270
-5
_10 4
-15 -

Wavelength (nm)

Figure5.9. CD spectra of BAPKO_0422 at various temperatures. Protein analysed at a concentration of 0.166 mg/ml and
at five different temperatures. The data sets are cut off where the H[T] exceeded 600 V.

Each of the spectra has a shape similar to that of the N-termina OmpA domain (Figure 5.4)
with peaks at the same wavelengths.

Page | 162



Reference

Temp. (°C) - Helixl Hedix2 Strandl Strand2 Turns Unordered Total
20 4 0.00 0.05 0.31 0.14 0.20 0.30 1
20 7 0.00 0.02 0.26 0.14 0.21 0.36 0.99
45 4 0.01 0.05 0.26 0.13 0.22 0.32 0.99
45 7 0.00 0.02 0.25 0.13 0.20 0.39 0.99
60 4 0.00 0.06 0.25 0.13 0.25 0.30 0.99
60 7 0.00 0.02 0.20 0.11 0.18 0.47 0.98
75 4 0.01 0.07 0.24 0.12 0.27 0.28 0.99
75 7 0.00 0.03 0.21 0.11 0.21 0.42 0.98

Table 5.2. DichroWeb analysis of BAPKO_0422 at varying temperatures. The data obtained at each temperature was
analysed using CDSSTR using reference sets 4 and 7. The 20 °C data is that analysed previously (Table 5.1). Data obtained
at 90 °C could not be analysed by the online server. The percentage 3-strand has decreased by approximately 13 % once the
protein reaches 75 °C.

Overdl thereis very little change in secondary structure with heating; only a gradual decrease
in the % [-stranded structure with heating. Thisis not unexpected as the purified N-terminus
of E. coli OmpA has been shown to be stable at 100 °C (Sugawara et al., 1996).

The reference datasets 4 and 7 used by SELCON and CDSSTR are based predominantly on
soluble globular proteins, with few representative membrane proteins. As BAPKO 0422 is
predicted to be a membrane spanning beta barrel, it would be informative to compare the CD
spectra with a similar protein. To this end theoretical CD spectra of E. coli OmpA, OmpW
and OmpX were calculated using the DichroCalc webserver (Bulheller and Hirst, 2009). The
wavelength range was set to 190 — 260 nm with 0.5 nm steps to match the experimental data
obtained from BAPKO_0422 (Figure 5.10).
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Figure 5.10. Predicted CD spectra of known OM proteinsfrom E. coli. Spectra generated from the .pdb files for 1BBXW
(OmpA), 1QJ8 (OmpX) and 2F1T (OmpW) using the online webserver DichroCalc (Bulheller and Hirst, 2009). Compared
to the experimental BAPKO_0422 data collected at 0.166 mg/ml (Figure 5.7) the overall shape of the curve is very similar,
with the most negative value approximately one third the value of the peak.

The predicted spectra all have positive and negative peaks at approximately the same
positions as the N-terminal E. coli domain (Figure 5.4) and BAPKO_0422 (Figure 5.5, Figure
5.7 and Figure 5.9); OmpX however is predicted to have peaks (both positive and negative) a
couple of nm lower than both OmpA and OmpW.
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52 SEC-MALLS

Size Exclusion Chromatography-Multi Angle Laser Light Scattering (SEC-MALLS) was
used to determine the oligomeric state of BAPKO_0422 in solution. This is achieved using
the protein concentration (c), a constant (K), the difference between intensity of light at zero
angle and scattered (ALS) and dn/dc (the refractive index increment of the protein which
relates changes in refractive index (RI) to protein concentration). K is dependent on the RI of
blank buffer, wavelength used, the scattering angle and distance between scattering and the
detector. The dn/dc value for BAPKO_0422 in detergent was not known, hence the default

value for soluble proteins of 0.187 ml/g was used.

A sample of BAPKO_0422 was concentrated to 4 mg/ml in 0.1 % (w/v) LDAO, 0.3 M NaCl,
50 mM Tris-HCI, pH 8.0 and centrifuged at 14,500 rpm in a bench top centrifuge for 15
minutes to remove any protein aggregates. 150 pl of sample was loaded onto the SEC-
MALLS system.
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Figure 5.11. SEC-MALLS trace of BAPKO_0422. Data was acquired at a concentration of 4 mg/ml in SEC buffer. The
gray highlighted area was selected for analysis. Light scattering is measured on the primary axis along with UV absorbance
at 280 nm.

Separation was achieved using three Agilent PL Aquagel-OH (40, 50 and 60) SEC columns
linked sequentially. The UV trace showed elution at approximately 58 minutes (Figure 5.11).
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The span of the peak from 58.006 to 60.256 minutes was analysed assuming a dn/dc value of
0.187 ml/g with manually adjusted background levels for all light scattering detectors. This
produced a molecular weight of 22.96 kDA (= 9 %), which corresponds with the expected
molecular weight of the protein including His-tag as calculated using the ExPASy ProtParam
tool - 22.68 kDA (Gasteiger et al., 2005). The polydispersity was cal culated to be 1.001 (+ 12

%), showing that the protein is monomeric under the conditions tested.
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5.3 Small Angle X-Ray Scattering

X-Rays are plane waves, which have a regular waveform with a distinctive sinusoidal shape
(Figure 5.12) (Blow, 2002). When X-Rays pass through matter, scattering by electrons
occurs. The electrons resonate with the frequency of X-rays passing through the objects and
emit coherent secondary photons or wavelets (Jacques and Trewhella, 2009) which interfere
with each other (Glatter and Kratky, 1982). The electron may oscillate with the same
frequency as the X-ray and radiate an X-Ray photon of the same energy and wavelength in a
random direction, whilst remaining in phase. The two possible outcomes are constructive and
deconstructive interference (or coherent and incoherent scattering) (Jacques and Trewhella,
2009). Interaction of an X-ray with electrons may also result in atomic transitions within the
atom and the release of photons with lower energy than the original X-ray, leading to

incoherent scattering (Blow, 2002).

Wavelength - A (nmL

S TANANAN
VARV,

Figure5.12. The sinewave of an X-ray. A basic representation of an uninterrupted X-ray.

Both X-Ray crystalography and SAXS take advantage of an inverse relationship between
scattering and the molecules. In structure determination by X-Ray crystallography the inverse
relationship is between the spacing of unit cells in the crystal (real lattice) and the spacing of
reflections on the detector (reciprocal lattice); enabling calculation of the atomic distances in
real space (Rhodes, 2000). In SAXS the particle size is inversely proportional to the angle at
which X-Rays are scattered, facilitating calculation of the particle size (Glatter and Kratky,
1982).
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Small Angle X-Ray Scattering (SAXS) is an analytical technique used to study structural
features of colloidal size (Glatter and Kratky, 1982). As stated the scattering of X-rays by
particlesin solution or asolid object is the product of an inverse relationship between the size
of the particle and the angle of scattering (Figure 5.13) (Glatter and Kratky, 1982). As SAXS
is conducted in solution, the rotational averaging of X-Ray scattering limits the resolution of
the data obtained, however analysis of SAXS data is capable of producing precise
information about the size and shape (Jacques and Trewhella, 2009).

B

20

1A 1A

Figure 5.13. Scattering angle relative to particle size. A) A small spherical particle. B) A large spherica particle.
Assuming the waves scattered from the two points at an angle of 26 have a distance of 1A. In a larger molecule, the distance
of 1A will occur at narrower scattering angles, hence the inverse relationship between particle size and scattering angle.

Image based on (Glatter and Kratky, 1982). In homodisperse solutions, the scattering intensities of the particles will
accumul ate.

The scattering pattern produced by SAXS is described by the intensity (1) as a function of the
amplitude of the scattering vector (q) (Jacques and Trewhella. 2009).

4msing
A

Equation 4. Small angle scattering as a function of q. 4nsin6/). represents the intensity of small angle scattering (1).

q:

531 Control analysis (lysozyme)

A control experiment using 10 mg/ml lysozyme was used as a protein standard to establish
that proper background subtraction has been performed. Poor background subtractions can
lead to significant sources of error (Jacques and Trewhella, 2009), in addition different
methods of background subtraction have different sources of error, hence multiple
background subtractions should be used. The background was measured using different
buffers (both with and without LDAO) and through the use of lysozyme as a control standard.

Close agreement in the background scattering in conjunction with a linear Guinier plot and
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“well-behaved P(r) function” is strongly indicative of a monodisperse system (Jacques and
Trewhella, 2009).

In order to determine the effect of detergent on the scattering pattern data was collected from
buffer containing 0 % (w/v), 0.1 % (w/v) and 0.01 % (w/v) LDAO (buffer compositions
Table 2.2). The sat background (0 % detergent) scattering pattern was subtracted from data
sets of both buffers and so the contribution of salt to scattering patterns was observed. This
was found to be negligible. Scattering data produced by 10 mg/ml Lysozyme in two buffers
with different concentrations of LDAO (0.1 (w/v) & 0.01 %(w/v)) (Figure 5.14 A & B and C
& D respectively) was obtained in duplicate over a period of 24,000 seconds.
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Background 5.0 - W, Background
>, 150 E 4.5
@ 2 4.0 -
£ 100 £
I= E 3.5 1
c
50 — 3.0 1
2.5 1
0 ‘ ' ‘ 2.0 . ‘ : ‘
0.0 0.5 1.0 15 2.0 2.5 0.0 0.5 1.0 15 20 25
q (hm) o2 (nm-2)
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Figure 5.14. Scattering produced by 10 mg/ml Lysozyme in 0.1 and 0.01 % (w/v) LDAO. All data is averaged after
software background scattering subtraction. Blue data has had the scattering from a water background automatically
subtracted, green data has had background scattering from buffer subtracted. A) 0.1 % (w/v) LDAO - Plot of raw scattering
intensity of lysozyme. B) 0.1 % (w/v) LDAO - Guinier plot, C) 0.01 % (w/v) LDAO - Plot of q vs scattering intensity. D)
0.01 % (w/v) LDAO - Guinier plot data was acquired in duplicate over a period of 24,000 seconds per acquisition, data
plotted on both graphs is the average of both acquisitions minus the background scattering recorded (not shown). Plots were
normalised through the subtraction of the average scattering intensities at high g. All data sets shown were collected in
duplicate, averaged and corrected for thermal background. There is a visible difference at low q in the intensity of scattering
produced by lysozyme when different background data sets are used, highlighting that the detergent contributes to observed
scattering and must be accounted for. Analysis using water analysisin B appears to have asmall upturn at low ¢, suggesting

aggregation of the sample; this may be an artefact produced by not accounting for detergent scattering.
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5311 Calculating theradius of gyration (Rg) of lysozyme

From the scattering pattern, many analyses can be conducted; primarily calculation of the
radius of gyration (Rg). The Rg provides information about the mass distribution within a
particle and is defined as the root-mean-squared distance of all elemental scattering volumes
from their centre of mass weighted by scattering densities (Jacques and Trewhella, 2009);
providing ameasure for the spatial size of the particle (Glatter and Kratky, 1982). Simply put,
the Rq is the distance in a rotating system between the point at which it is rotating and the
point at which the mass about the axis will be concentrated. Objects with the same volume
but different shapes will have different Rg values (Jacques and Trewhella, 2009). The Rg of a
spherical molecule can be calcul ated using the slope of the Guinier plots by application of the

Guinier approximation at low q using the following equation:

Ry =+V—-3m
Equation 5. Calculating the radius of gyration for a spherical object from a Guinier plot. m = the slope of the line. The
radius of gyration for a sphere was calculated as the protein-detergent complex was calculated as this was deemed to give the
most accurate result. As the scattering patterns are rotationally averaged the best estimate for radius of gyration would be
one that affords equal weighting in all directions (spherical Rg). This gives the Rg in nm so a 10 x multiplication is required

to convert to A

From the raw data, information about the state of the solution is available; any upturn in the
data at low g” on a Guinier plot is a good early indicator of protein aggregation, whilst a
downturn can be symptomatic of interparticle interference (Jacques and Trewhella, 2009).
The Rg for lysozyme was calculated using the slope of the Guinier plots (Table 5.3) and
Equation 5. Calculation of the Rg from lysozyme was found to vary depending on the
background scattering subtracted (Table 5.3).

Buffer Background scattering Rg (A)
0.1% (w/v) LDAO Water 19.0
0.1 % (w/V) LDAO Detergent 15.6
0.01 % (W/v) LDAO Water 17.4
0.01 % (w/v) LDAO Detergent 15.6

Table 5.3. Calculated Rg of lysozyme. The radius of gyration for lysozyme was calculated using the slope of the Guinier
plots (Figure 5.14 B & D) after any upturn in data and Equation 5. The Rg was found to be the same when using each
detergent background-subtracted data. However when the Rg is calculated using water background-subtracted datathe Rg is
different depending on the concentration of LDAO. This highlights the necessity to compensate for the scattering produced
by detergent molecules/micelles.
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The use of detergent-background subtracted data gives a more precise value, remaining the
same despite differing buffer concentrations, confirming the detergent contribution to the
scattering pattern. The Rg for lysozyme calculated by PRIMUS (part of the ATSAS data
package) in 0.01 % (w/v) LDAO detergent background-subtracted was 15.4 A (data not
shown), and 15.5 A for lysozymein 0.1 % (w/v) LDAO (data not shown) both of which are
in close agreement with the detergent background subtracted data in Table 5.3 above.
Averaging the four Rg values with detergent background subtraction gives an Rg for
lysozyme in LDAO of 15.53 + 0.02 A. The error quoted is the standard error of the mean.
The Rg for lysozyme obtained from both detergent background-subtracted samples is in
relatively close agreement with previous experimental data; 16.3 A at 20 °C (Arai and Hirai,
1999).

5.3.1.2 Evaluation of the particle distance distribution function

The particle distribution function - P(r) - isan indicator of the quality of the data and amount
of protein aggregation. The P(r) is obtained through a Fourier transform of the raw scattering
data (Jacques and Trewhella, 2009). Aggregated samples may give one or more small peaks
at high R values and samples experiencing interparticle interference may reach 0 at D
(distribution at longest particle dimensions) values smaller than expected. Dy IS Selected
upon input of the data into GNOM (defined as Rmax) and if Dy reaches O abruptly it is
likely that the value needs increasing. The P(r) function is aso an indicator of interparticle
distances (particle overlap); if there are multiple peaks or a shoulder on a peak this is an

indicator that the particles are overlapping in solution (Roe, 2000).

GNOM is an indirect transform program for interpretation of small angle scattering data
(Svergun, 1992). The data submitted to PRIMUS was run through GNOM and plotted as a
reciprocal space fit (Figure 5.15). Default parameters were used except those stated in section
2.2.15.2. The Ry calculated from the reciprocal space fit (Figure 5.15) is 16.39 A, which isin
very strong agreement with the published value of 16.3 A (Arai and Hirai, 1999).
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Figure 5.15. GNOM reciprocal space fit of 10 mg/ml lysozyme. Data collected in 0.1 % (w/v) LDAO, 0.3 M NaCl, 30
mM Tris-HCI, pH 8). The smooth blue line (Ireg_LY S.dat-1-4) is the GNOM fit to the data, the other blue line is the
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experimental data (Jexp_LYS.dat-1-1) and the red line is the experimental input points used for regularisation
(Jexp_LYS.dat-2-2) (Svergun, 1992). ‘q’ is designated ‘s’ in the program. The fit of the GNOM plot to the experimental data

isin close agreement.

Scattering curves are used to generate the particle distance distribution function P(r) and size
distribution function D(R) for mono and poly-disperse systems respectively; this conversion
is capable of compensating for data that has been subjected to ‘smearing’ by distortion from
the instruments. As al samples in this research were expected to be monodisperse (confirmed
by the calculated P(r) functions) P(r) was used. P(r) is obtained by Fourier inversion of the
scattering data (Glatter and Kratky, 1982). The conversion requires several parameters,
including two that are important in obtaining a good P(r): ALPHA and Dpa. GNOM
automatically calculates various values for ALPHA (aregularisation parameter) and plots the
distribution of various apha values against the quality of the solution (Svergun, 1992). The
larger the alpha, the more attention paid to the smoothness of the solution, and |ess attention
to fitting the experimental data. Dmax as previously mentioned is the maximum expected
particle size (or the distance between particles at which no overlap is expected (Roe, 2000))
Figure 5.16 & Figure 5.17 show the calculated P(r) for lysozyme using three different values

for Dimax tO determine the correct one for use.
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Figure 5.16. P(r) of lysozymein 0.1 % (w/v) LDAO with a Dy of 50. Error bars have been automatically calculated and
incorporated into the plot. There is no secondary peak at high R suggesting that there is either no or little aggregation in the
sample. The plot reaches 0 at a steady rate, indicating that D, Of 50 is a good estimate and the lack of further peaks

suggests no particle overlap.
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Figure5.17. P(r) plots of lysozymein 0.1 % (w/v) LDAO with Dy, values 40 & 60. A) Dya Of 40; B) Dy Of 60. With a
Diex Vaue of 40 the plot reaches 0 abruptly, indicating that the value is too small; avalue of 60 results in a curve that results

in anegative P(r) at high values, indicating that this valueistoo large.

One of the final outputs is a rating for the solution calculated with regards to the data. Here
the total estimate value calculated was 0.898, indicating a “GOOD” solution. There is a
disagreement of 0.9 A between the Rg calculated manually and by PRIMUS and that
calculated by GNOM. Asisvisiblein Figure 5.15 the data set has some values that do not fit

the curve at low q (s), and the data in general becomes more varied as g approaches 0.2.
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53.1.3 Generating the molecular envelope

The output file generated by GNOM from 10 mg/ml Lysozyme in SAXS 0.1 % (w/v) LDAO
buffer was submitted to DAMMIF ten separate times to generate ten solutions for the
molecular envelope. The resulting molecular envelopes calculated follow (Figure 5.18).
Included is the value of the fit of the solution to the data; the closer to O the better the fit. A
high value such as that obtained at the beginning of modelling ranges between 1.0 and 1.8.

0.0060 0.0069

0.0070 0.0070 0.0069

0.0069 0.0069

Figure 5.18. Molecular envelopes of lysozyme generated from 10 mg/ml lysozymein SAXS 0.1 % (w/v) LDAO buffer.
Below each model is the fit of the solution. Each model has a very good fit value and al of the models are of similar shape
with aregion of density protruding at the top right of the molecular envelop asis viewed.
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5314 Evaluation of the model
DAMSEL and DAMSUP were used to evaluate the fit of molecular envelopes by comparison
to an averaged solution created using al ten of the generated models (Table 5.4). If any

models were too different from the average they were discarded and not used for the rest of

the analysis.
. Average DAMSEL  Include/discard for DAMSUP
SRR comp%rison NSD DAMSUP S“pe”m\?gligon NSD
F 0.498 Reference Reference
E 0.509 Include 0.498
I 0.510 Include 0.495
H 0.510 Include 0.494
D 0.514 Include 0.493
J 0.514 Include 0.488
B 0.516 Include 0.492
C 0.520 Include 0.495
A 0.521 Include 0.503
G 0.544 Discard -

Table5.4. DAM SEL comparison of lysozyme molecular envelope solutions. The overall mean NSD (section 2.2.14.2) for
all models was 0.516 and the variance 0.012; giving NSD limits for accepting models of 0.492 and 0.540. All of the models
with the exception of solution G fit within this range. All solutions except for G were included for further analysis. Each of
the solutions shown in Figure 5.18 that were accepted by DAMSEL (include/discard column) were superimposed onto
solution F (being used as areference sample) and the NSD values relative to this reference were cal cul ated.
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The DAMSUP file detailing the models to discard/include was used to produce an averaged
molecular envelope (DAMAVER, Figure 5.19 A) before being refined to remove low
occupancy regions (DAMFILT, Figure 5.19 B and C, C has the crystal structure of lysozyme
added for comparison). The fit of the each solution was compared to the experimental data
using CRY SOL (Figure5.19 D and E).
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Figure 5.19. Lysozyme molecular envelope after refinement. A) Averaged molecular’envelop generated by DAMAVER,
from the plot of the experimental data compared to the expected scattering from the DAMAVER solution. D) CRY SOL plot
which shows the fit of the predicted scattering (green line) of molecular envelope (A) to the experimental data (red ling). The
varied difference in curve shows this is not an accurate representation of the data. B) and C) are DAMFILT refined
molecular envelopes with and without the crystal structure of lysozyme. The molecule fits within the molecular envelope
well with minimum empty space. E) CRY SOL plot showing the fit of the scattering (green line) of solution (B) to the data
(red line). The calculated molecular envelope is predicted to produce a scattering pattern very similar to that obtained
experimentally, indicating a good solution.

The DAMAVER modd (Figure 5.19 A) was run through DAMSTART, which removed low
occupancy and weakly interacting regions to prepare a .pdb file with a fixed core, which in
turn was used by DAMMIN to generate the fina molecular envelope (Figure 5.20 A & B,
with and without the crystal structure).
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Figure 5.20. DAMMIN refinement of the molecular envelope. A) The generated molecular envelope from lysozyme data,
with & without the crystal structure (1LY Z) showing the solvent accessible surface. B) Top down view of (A). C) CRY SOL
plot of experimental data (red) with predicted scattering of the final molecular envelope (green). The generated molecular
envelope fits the generated molecular envelope very well visually, as does the theoretical scattering curve to the

experimental data.
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The control analysis using lysozyme was a success. The scattering caused by detergent was
compensated for by the software, the Rg calculated was very close to that in the literature and

an accurate molecular envelope was generated.

5.3.2 Experimental analysis, BAPKO_0422

Data for BAPKO_0422 was collected at two different concentrations to provide information
about the quality of the sample. If the sample is of good quality (e.g. monodisperse and
devoid of interparticle interference) the calculated Rg should remain consistent regardless of
protein concentration; an increase in Rg with an increase in concentration is indicative of
protein aggregation, whilst a decrease in Rg with an increase in concentration is a sign of
interparticle interference (Jacques and Trewhella, 2009). Figure 5.21 shows an example of
the scattering pattern obtained from BAPKO_0422 in SAXS 0.1 % (w/v) LDAO buffer.

Figure 5.21. Scattering pattern produced by BAPKO_0422 in solution. Data collected in house on a Bruker
NANOSTAR over aperiod of 65,000 seconds at a concentration of 10 mg/ml in 0.1 % (w/v) LDAO SAXS buffer.

5321 Calculation of the Rg for BAPKO_0422

SAXS data was acquired for BAPKO_0422 at concentrations of 6 and 10 mg/ml in 0.1 % (w/v) LDAO, 0.3 M NaCl,
30mM Tris-HCI, pH 8.

Figure 5.22 shows raw data and Guinier plots from BAPKO_0422 at a concentration of 6
mg/ml. The dataset is plotted twice; normalised using a thermal background (Figure 5.22 A)
and normalised manually to 0 with the aggregation data upturn at low q and noise at high g
removed (Figure 5.22 C). Each dataset has been converted to a Guinier plot (Figure 5.22 B
and D respectively).
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BAPKO 0422 is predicted to be a barrel shaped molecule, however the Rg was calculated
assuming a spherica molecule. However the Rg was calculated assuming the molecule was

spherical to give an approximation of particle size.

6 mg/ml raw data ; i
A 400 B 60 6 mg/ml Thermally adjusted Guinier plot
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Figure 5.22. SAXS data obtained from 6 mg/ml BAPKO_0422. A) and C) are plots of the scattering. (A) shows the
calculated thermal background (red), (C) has been manually adjusted to a baseline of approximately 0. B) and D) are the
respective Guinier plots of (A) and (C). (B) was produced using data with the cal culated thermal background subtracted. The
dark blue datain plot (B) is discounted in the Rg calculation as the slope suggests slight aggregation.

The Rg was calculated for BAPKO_0422 at 6 mg/ml assuming a spherical molecule from
each Guinier plot - 18.2 A (Figure 5.22 B) and 18.6 A (Figure 5.22 BD). The difference
between the two is very small as the upturn in data at low q (Figure 5.22 B, dark blue data)
which would have affected the slope of the line has been discarded from analysis. The raw
data and Guinier plots for BAPKO_0422 at 10 mg/ml are presented in Figure 5.23. The 10
mg/ml dataset was plotted in three ways (Figure 5.23); normalised using a thermal
background (Figure 5.23 A), normalised to 0 by manual subtraction (Figure 5.23 C) and (C)
with the data at low g removed (Figure 5.23 E). Guinier plots of each have been produced.
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Figure 5.23. SAXS data obtained from 10 mg/ml BAPK O_0422. A), C) and E) are plots of the raw scattering, A includes
the thermal background (red line), (C) has had the data manually normalised to a baseline of 0 and truncated at high g, (E) is
(C) with data truncated at low g. B), D) and F) are Guinier plots produced from (A), (C) and (E) respectively. The dark blue
data pointsin (B) are not included in the Rg calculation, in addition, (B) has had the thermal background subtracted. E is the
same dataset as (C) with the first 12 data points removed as the angle of the slope indicated aggregation.

The Rg calculated using the slope of the Guinier plot Figure 5.23 B was 22.1 A, compared to
that of 21.4 A from Figure 5.23 D (the upturn in data at low g° was not included). The Rg
calculated from Figure 5.23 F was 21.4 A. Aswith 6 mg/ml datasets, the calculated Rg from

10 mg/ml datasets are in close agreement, this is however a rough approximation as
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evidenced by the 3 A difference between the Rg values. Rg can be cal culated more accurately
by GNOM from the P(r) function, which encompasses the whole dataset rather than a small
section, rather than from the slope of a small region of data points from a Guinier plot
(Jacques and Trewhella, 2009). GNOM was used to calculate the Rg from one 6 mg/ml
dataset (Figure 5.22 A) - henceforth denoted as 6TT (6 mg/ml data, adjusted for Thermal
background and Truncated - data at low g removed), and two datasets from 10 mg/ml data -
Figure 5.23 C, 10N (10 mg/ml data, manually Normalised, data at low q left in) and 10NT
Figure 5.23 E (10 mg/ml data, manually Normalised and Truncated - data at low g removed).
The calculated Rg values are presented in Table 5.5.

1(0) is the scattering intensity at zero-angle, although this cannot be distinguished from X-
rays that pass through the sample unscattered; this value can however be extrapolated
(Jacques and Trewhella, 2009). 1(0) is proportional to sample concentration, and
inconsistencies can indicate imperfections in the sample. A decrease in the 1(0):concentration
ratio with an increase in concentration suggests interparticle interference (generally observed
in conjunction with a decrease in Rg). An increase in I(0):concentration ratio indicates

concentration dependent aggregation or oligomerisation.
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Program Parameter 61T 10N 10NT
MANUAL Rg (A) 18.6 21.4 21.4
Rg 17.7+0.03 21.8 A +0.04 231A+0
sRglimits ~ 0.857to 1.21 1.177 to 1.704 1152 to 1.58
PRIMUS 1(0) 116.86 338.94 368.41
Quality 76 % 24 % 41%
Notes - AGGREGATED -
Highest ALPHA 0.3796E+01 0.4045E+02 0.1449E+02
Total estimate 0.617 0.452 0.881
Rated GOOD
GNom  edprocal Space(";g 2150 27.91 21.81
1(0) 0.1460E+03 0.5694E+03 0.3412E+03
Real spaceRg ()  21.50 + 0.247 27.85+ 0.032 21.81+0.215
0 061460E+O3 + 0.5693E+03 + 0.3412E+03 +
.1890E+01 0.1742E+01 0.3763E+01

Table 5.5. PRIMUS and GNOM analysis. Included in this table are the various Rg values and parameters computed by
PRIMUS and GNOM for each of the three datasets: 6 mg/ml normalised and truncated (6TT), 10 mg/ml normalised (10N)
and 10 mg/ml normalised and truncated (10NT). The calculated Rg values differ between PRIMUS and GNOM due to the
methods of calculation. Comparing the real space Rg and 1(0) values of datasets 6TT and 10NT calculated by GNOM; the
real space Rg value remains constant with an increase in concentration, however the 1(0) value more than doubles. An
increase in these values is indicative of aggregation, however as only the 1(0) increases, aggregation is assumed to not be too
high. The 10NT data was not processed further as the data suggested aggregation.

The Rg for the 10N dataset increased considerably from the 6TT dataset, suggesting that this
data was aggregated. However the Rg calculated from 10NT data showed good agreement
with 6TT Rg. The 10N dataset was discounted from analysis due to the Rg and 1(0) compared
to 6 mg/ml dataindicating aggregation and GNOM pronouncing the data to be “Aggregated”,
indicating that 10 mg/ml is probably reaching the solubility limit of the protein.
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5.3.2.2 Evaluation of the particle distance distribution function

The datasets acquired at both 6 and 10 mg/ml were run through GNOM using @ Dme Of 70 A
for calculation of P(r) (Figure 5.24). The plots do not reach O at a steady slope like the
control lysozyme experiment. This is indicative of particle overlap potentially caused by the

flexible His-tag at the N-terminus.
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Figure 5.24. GNOM fit and P(r) plots of BAPKO_0422 datasets. A) dataset 6N; B) dataset 10NT. The smooth blue line
(Ireg) is the GNOM fit to the data, the other blue line is the experimental data (Jexp) and the red line is the experimental
input points used for regularisation (Jexp) (Svergun, 1992). ‘q’ is designated ‘s’ in the program. The fit of the data to
predicted models is good for datasets 6NT and 10NT. The P(r)function for both suggests that even at a distance of 70 A
thereis still particle overlap; thisislikely due to either the N-terminal His-tag or flexible loop regions.
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5323 Production of molecular envelope model using dataset 6T T

The GNOM output file from the 6 mg/ml dataset (6TT) was used by DAMMIF to produce
the following molecular envelopes (Figure 5.25).

0.0073 0.0075 0.0075 0.0075

0.0075 0.0076 0.0075 0.0076

0.0075 0.0075

Figure 5.25. Molecular envelopes generated from dataset 6TT. The fit score is included underneath each solution. All
solutions have excellent scores and similar overall shape. The region of electron density at the bottom of the model could be
a product of the N-terminal his-tag. The protein is predicted to be barrel shaped with flexible loop regions at either end, the
overdl diamond shape of the bulk of the density does not appear to match the shape, unless detergent molecules around the
hydrophobic segment are taken into account, in which case it is possible that the molecular envel ope solution is appropriate.
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Each of the molecular envelopes (Figure 5.25) was evaluated using DAMSEL and DAMSUP,
which found that all solutions were acceptable (Table 5.6).

. Average DAMSEL  Include/discard for el
SRR comp%rison NSD DAMSUP S“pe”m\‘/’gligon NeD
F 0.523 Reference Reference
C 0.537 Include 0.437
E 0.537 Include 0.512
B 0.538 Include 0.532
A 0.539 Include 0.488
J 0.548 Include 0.542
H 0.550 Include 0.559
D 0.555 Include 0.521
| 0.564 Include 0.562
G 0.579 Include 0.550

Table 5.6. DAM SEL comparison of 6TT molecular envelope solutions. The overall mean NSD for al models was 0.547
and the variance 0.016; giving NSD limits for accepting models of 0.515 and 0.579. All of the models fit within this range
and o all were included for further analysis. Each of the solutions shown in Figure 5.25 was accepted by DAMSEL (third
column from left above) and a molecular envelope created by superimposition onto solution F. The NSD values relative to

this reference were calcul ated.
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The molecular envelopes (Figure 5.25) were averaged by DAMAVER, refined using
DAMFILT (Figure 5.26 A - C) and the fit to the data plotted using CRY SOL (Figure 5.26 D
& E).
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Figure 5.26. 6TT molecular envelopes after refinement. A) DAMAVER averaged molecular envelope; B) DAMFILT
refined molecular envelope; C) DAMFILT molecular envelope with 1BXW crystal structure for comparison (coloured red
for ease of visihility). DAMFILT has trimmed away density at the edges of the DAMAVER averaged solution resulting in a
rounder body of electron density and a more pointed region at the bottom of the model. 1BXW fits in the generated
molecular envelope relatively well, athough the loop regions make the structure larger than the region of density and
BAPKO_0422 is predicted to have longer loops than 1BXW. The small region of density at the bottom of the model could
be due to a dlightly longer periplasmic turn, or the Histag; although this is unlikely as the density is too small to
accommodate the peptide chain. D) CRY SOL plot of the fit of the molecular envelope generated by DAMAVER to the
experimental data; E) the fit of the DAMFILT solution to the experimental data. DAMAVER as expected produced a
solution that does not fit the experimental data, the DAMFILT solution however is reasonable.

The DAMAVER averaged solution was used by DAMSTART to produce a model of fixed
core. DAMMIN used this ‘start-file’ to produce the final molecular envelopes from the 6
mg/ml dataset (Figure 5.27 A & B). CRYSOL evauation (Figure 5.27 C) showed an
excellent overall fit of the solution to the data.
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Figure 5.27. DAMMIN refined molecular envelope 6TT. DAMMIN refinement of the molecular envelope. Here the front
A) and top down B) views are shown with and without the crystal structure of 1BXW for comparison (showing solvent
accessible surface, coloured red for easier visibility). C) shows the fit of the model (green) to the experimental data. This
was produced in CRY SOL and the produced molecular envelope fits very well, indicating a good representation of the data
(ChiSQRT value 1.914). The molecular envelope appears to be too short and shallow to properly fit the structure, although
thereis the possibility that the barrel of BAPKO_0422 is a ‘squashed’ barrel similar to OmpX.
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5324 Production of molecular envelope using dataset 10NT
The GNOM output file from the 10 mg/ml dataset (10NT) was used to produce the following

molecular envelopes (Figure 5.28).

0.0072 0.0071 0.0072 0.0070

0.0073 0.0072 0.0070 0.0070

0.0070 0.0074

Figure 5.28. Molecular envelopes generated from dataset 10NT. Analysis was repeated ten times using DAMMIF with
sow annealing. The fit score is included underneath each solution, and al solutions have an excellent fit score. There
appears to be two major types of solution to the data; solutions (A), (D), (F), (G) and (H) are roughly diamond shaped;
whilst solutions (B), (C), (E) & (1) appear to have aregion of density at the bottom (as viewed). Solution (J), despite having
agood fit scoreis highly unlikely to be an accurate solution. The expected protein shape is a barrel with flexible loop regions
and detergent molecules bound around the centre of the barrel. The diamond shaped solutions may account for this.
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The similarity of generated solutions was compared using the DAMSEL component of
DAMAVER. The DAMSEL output file was run through DAMSUP to produce molecular

envel opes superimposed over the reference model and NSD values for each (Table 5.7).

_ AverageDAMSEL Indude/discard for __ DAMSUP
SoiLition comp%rison NSD DAMSUP wperlmsglsl:'gon NED
H 0.559 Reference Reference
A 0.574 Include 0.507
B 0.574 Include 0.519
| 0.581 Include 0.494
F 0.586 Include 0.501
D 0.594 Include 0.510
G 0.595 Include 0.482
E 0.602 Include 0.575
C 0.603 Include 0.527
J 0.907 Discard -

Table 5.7. DAMSEL comparison of 10NT molecular envelope solutions. The calculated mean NSD vaue for al ten
solutions was 0.617, with a variation of 0.103. Any solutions with an NSD more than twice the variance away from the mean
are discarded, in this case the NSD outer limits for accepting solutions are 0.411 and 0.823; hence solution (J) was
discounted from following analysis. The DAMMIF generated molecular envelope models were superimposed onto the
reference solution (molecular envelope (H) - Figure 5.28) and the NSD values relative to this calculated. Solution (J) was
discarded asit did not fulfil the criteriain DAMSEL

Solution J was discarded due to the difference in shape, despite having a score equivaent to
those of the other solutions.
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The DAMSUP output file was run through DAMAVER, which produced an averaged
molecular envelope (Figure 5.29 A). This was refined using DAMFILT, which removed low
occupancy atoms and produced the molecular envelope that is most probable (Figure 5.29 B
& C). Thefit of the models to the data was compared using CRY SOL (Figure5.29 D & E).
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Figure 5.29. 10NT data averaged molecular envelopes. A) DAMAVER averaged molecular envelope; B) DAMFILT
refined molecular envelope; C) DAMFILT molecular envelope with 1BXW crystal structure for comparison (coloured red
for ease of visibility). DAMFILT has trimmed away density at the edges of the DAMAVER averaged solution, and 1BXW
fits in the generated molecular envelope well. BAPKO_0422 is predicted to have longer loop regions than 1BXW, which
would not fit within the molecular envelope calculated here. The result is still reasonable and fits the data very well. D)
shows a very poor fit of the DAMAVER envelope to the data; E) highlights a good fit of the DAMFILT solution to the data.
Both (D) and (E) produced in CRY SOL (datain red, fit in green.).

It should be noted that the DAMFILT molecular envelope is not expected to be a good fit for
the experimental data. As this is the case, the model was prepared for refinement in
DAMMIN using DAMSTART. This generated a fixed a core of atoms from the DAMAVER
model and is approximately a half the expected volume of the particle. The experimenta data
and the present solution was run through DAMMIN to produce a molecular envelope that
should fit the experimental data (Figure 5.30 A & B). CRY SOL analysis showed an excellent
overal fit to the data (Figure 5.30 C).
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Figure 5.30. DAMMIN refined molecular envelope 10NT. The DAMFILT produced molecular envelope was run through
DAMMIN to further refine the molecular envelope. Here the front (A) and top down (B) views are shown with and without
the solvent accessible surface of the crystal structure of 1BXW for comparison (coloured red for easier visibility). C) shows
the fit of the model (green) to the experimental data (ChiSQRT value 1.502). This was produced in CRYSOL and the
produced molecular envelope fits very well, indicating a good representation of the data.
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5.4 Crystallisation trials of BAPKO_0422

To solve the structure of proteins using X-ray diffraction patterns the growth of ordered
protein crystalsis required. This occurs when the protein molecules adopt either one or more
(generaly not more than two) identical orientations and interact non-covalently in the process
of solidifying (Rhodes, 2000). The orientations of, and interactions between are repeated
throughout the crystal. The smallest repeating “pattern’ is known as the unit cell.

Crystallisation of proteins can be achieved using various methods; traditionally through the
slow, controlled precipitation of protein molecules in a ‘mother-liqueur’; non-denaturing,
agueous conditions including organic and ionic compounds and polymers such as poly-
ethylene glycol (PEG) (Rhodes, 2000). The gradual evaporation of water from the drop
decreases the total volume, increasing the concentration of protein molecules, forcing them
closer together; this supersaturates the drop with protein and enabling spontaneous nucleation
to occur Figure 5.31. Rapid precipitation of protein samples results in unordered protein
crystals from which no data can be obtained (Rhodes, 2000).

Protein Concentration

Precipitant Concentration

Figure 5.31. Theoretical protein crystallisation phase diagram. For a protein crystal to grow, the protein molecules need
to supersaturate the drop to the point where spontaneous nucleation can occur (circled green). A) Protein undersaturated,
hence the drop should remain clear. B) Solubility limit reached when the protein is in equilibrium with precipitant. C)
Metastable zone, supersaturation of protein is high enough to support growth of protein crystals, but not high enough to
support spontaneous nucleation. If aform of seeding is being used, thisistheideal zone. Dropsin this zone are also clear. D)
Labile supersaturation zone, spontaneous nucleation of protein molecules can occur in this zone. E) Highly supersaturated
precipitation zone. Protein is present in too high concentration leading to amorphous precipitate. Figure adapted from
(Bergfors, 2003).
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The formation of protein crystals is a trial and error process, not only dependent on the
concentrations of protein and precipitant, but also on incubation temperature, mother liqueur
pH, age of the protein, and ionic strength of the precipitation. Optimisation of the conditions
to improve either the crystal size or diffraction is conducted by inducing slight variation in
these factors, which can either enhance or hinder crystal formation; in addition impurities in
the sample and high concentrations of precipitant can either prevent crystal formation or

result in precipitation out of solution (Rhodes, 2000).

Various method exists for enhancing crystal quality besides optimisation of precipitants.
Nucleation points for crystal growth can be created through the use of crystals broken down
into small pieces (macroseeding) or submicroscopic pieces (microseeding); strands of hair
and grains of sand have also been used to provide focal nucleation points (Bergfors, 2003).
Some proteins require the addition of ligands to assist in crystallisation; these can include
detergents in membrane proteins, or heavy meta cofactors; this can aso be used to determine
the interactions of proteins with said ligands or metals. Ligands and cofactors can aso be

applied to the protein crystals by ‘soaking’ (Rhodes, 2000).

54.1 Known crystallisation of TM B-barréd proteinsfrom E. coli

The structures of N-terminal E. coli OmpA, and E. coli OmpW and OmpX have been solved
by X-ray crystallography (Pautsch and Schulz, 1998, Pautsch et al., 1999, Vogt and Schulz,
1999, Pautsch and Schulz, 2000, Hong et al., 2006). Conditions used to grow these crystals
are included in Table 5.8. These conditions may provide a guideline for protein

concentrations and crystallisation conditions.

OmpA OmpX OmpW
Detergent 0.6% (w/v) CgEy 0.6% (w/v) CgE, 0.1% (w/v) LDAO
Concentration mg/ml 20 20 9
pH 45 4.6 85 9
Salt 1.4 M (NH,4),SO, - 0.2M (NH4),SO, 0.3 M (NH,),SO,
Buffer 0.1 M ammonium 0.1 M acetate 0.1 M Tris 0.1 M Bis-Tris
acetate propane
Additives 3.8 % (v/v) 2-propanol 25 % w/v PEG 3350 17 % w/v PEG 3350
1.8 % (wiv) 58 % (v/v) methyl-
hexyldimethylaminoxide pentanediol

0.5 % (w/v) CgE4
Table 5.8. Known crystallisation conditions of B-barrel proteins. Data acquired from (Pautsch and Schulz, 1998, Pautsch
et al., 1999, Vogt and Schulz, 1999, Pautsch and Schulz, 2000, Hong et al., 2006).
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54.2 Vapour diffusion crystallisation trials

Refolded BAPKO_0422 in 0.1 % (w/v) LDAO was concentrated to 10 mg/ml (as determined
by Bradford Assay) through the use of a 10,000 mwco centrifugal concentrator. Crystal
screening was carried out using 24 condition Clear Strategy Screens (CSS) screens | and 11
(made in house, buffered at pH 4.5 and 8) and a 96 condition Memb-PASS Crystallisation
Screen (Jena Bioscience, Jena, Germany). Different drop sizes were used (1 and 2 pl)

consisting of protein and well solution in aratio of 50:50 and the trays incubated at 20 °C.

Eight CSS crystal screens were set up; CSS |1 a pH 4.5 and pH 8, and CSS |1 and pH 4.5 and
pH 8. These were done in duplicate, at protein concentrations of 2 and 10 mg/ml. The Memb-
pass screen was set up in four 24 well plates at 10 mg/ml. All screens were observed under
the microscope immediately after set up and weekly thereafter for any precipitates,
aggregations, phase separations and crystals. For CSS screens | and Il the well solution
consisted of 0.9 ml precipitant and 0.1 ml pH buffer. 0.4 ml Memb-PASS well solution was
used neat (no pH buffer required). The conditions in the CSS screens are included (Table 5.9
& Table 5.10), conditions in the Memb-Pass screen are included in the Appendix 8.3.

CSS|
1 2 3 4 5 6
0.3M NaAc 0.2M Li,S0, 0.2M MgCL, 0.2M KBr 0.2M KSCN
250 (W) PEG  25% W) PEG  25% W) PEG  25% (wiv) PEG 25 (wiv) PEG  O-SM NAFormate 25
% (w/v) PEG 2Kmme
2Kmme 2Kmme 2Kmme 2Kmme 2Kmme
B o3avnaac 0.2M Li»S0, 0.2M MgCL, 0.2M KBr 02MKSCN 0.8V NAFormate 15

15% (wiv) PEG 4k 15% (w/v) PEG 4k  15% (Wiv) PEG4K  15% (Wiv) PEG4k  15% (wiv) PEG4k % (wiv) PEG 4k

C 0.3M NaAc 0.2M Li,S0, 0.2M MgCL., 0.2M KBr 02MKSCN  0.8M NAFormate 10
10 % (wiv) PEG 8K 10 % (wiv) PEG 8K 10 % (w/v) PEG 8K 10 % (W/v) PEG 8K 10% (w/iv) PEG8K % (w/v) PEG 8K
10 % (wiv) PEG 1K 10 % (wiv)m PEG 1K 10 % (w/v)m PEG 1K 10 % (w/v)m PEG 1K 10 % (w/v)m PEG 1K 10 % (w/v)m PEG 1K

D 0.3M NaAc 0.2M Li,S04 0.2M MgCL, 0.2M KBr 0.2M KSCN 0.8M NAFormate
8% (w/v) PEG 20K 8% (w/v) PEG 20K 8 % (w/v) PEG 20K 8 % (w/v) PEG 20K 8 % (w/v) PEG 20K 8 % (w/v) PEG 20K
8 % (w/v) PEG 8 % (w/v) PEG 8 % (w/v) PEG 8 % (w/v) PEG 8 % (w/v) PEG 8 % (w/v) PEG
550mme 550mme 550mme 550mme 550mme 550mme

Table5.9. CSS| screen. Protein screen that is optimised to minimise the production of salt crystals whilst screening a broad
range of precipitants. The screen is used in conjunction with CSS|11 at two pHs; Trisat pH 8 and Sodium Acetate at pH 4.5.
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CSSI|

1 2 3 4 5 6
A . 0.2M CaAcetate 25 % 0.2M CaAcetate 15 %
1.5M (NH4).SO,4 0.8M Li,SO,4 2M NaFormate 0.7M KH,PO, (Wiv) 2Kmme W) 4K
B 0.2M CaAcetate 10% &)2('\\,’& /\%aséga;a(
2.7M (NH,)2S0s4 1.8M Li,SO,4 4M NaFormate IM KH,PO, (wiv) PEG 8K 8% (Wiv) PEG
10 % (wiv) PEG 1K )
550mme
C 40 % (wiv) MPD 40 % (w/v) butane-  10mM CdCI,20% 0.15M KSCN20%  0.15M KSCN 20 % 0.15M KSCN
0 1,4-diol (w/v) 4k (w/v) 550mme (w/v) 600 20 % (w/v) PEG 1.5K
D 35 % (Wiv) ) 10mM NiCl, 0.15M KSCN 0.15M KSCN 0.15M KSCN
|sopropanol 20 % (w/v) PEG 4k 18 % (w/v) PEG 3350 18 % (w/v) PEG 4K 15 % (w/v) PEG 6K

Table 5.10. CSS |1 screen. 24-well protein screen used in conjunction with CSS | screen, this screen is designed to cover
other commonly used precipitants. Jeffamine was not available in the department, so well D2 was set up using the the pH
buffer only. The screen is used with two different pH buffers; Trisat pH 8 and Sodium Acetate at pH 4.5.

The Memb-pass screen uses a range of polyethylene glycol (PEG) solutions and differing
concentrations throughout. Full details of all Memb-pass conditions can be found in appendix
8.3.

Two weeks after setup crystals were found (Figure 5.32) in the following conditions (Table
5.11).

Drop size PAEIET)
Screen well pH (pl) concentration Conditions Crystals
H (mg/ml)
0.2M KSCN, 25 % Three small crystals,
CSS| AS 8 1 2 (w/v) PEG 2Kmme multiple microcrystals
0.2M KSCN, 8 % Three thin crystal plates,
Cssl D5 45 1 10 (w/v) PEG 20K, 8 % Two roughly

(w/v) PEG 550mme sguare crystals
Table 5.11. Results of initial crystal screening. All other conditions investigated resulted in either a clear drop, some

protein aggregation or varying levels of protein precipitating out of solution.
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Figure5.32. Salt crystals obtained from CSS| and |1. Crystals were obtained from CSS | condition A5 at pH 8 and CSS |
condition D5 at ph 4.5. KSCN was present in both conditions.

The crystals were frozen in well solution with the addition of 20 % (w/v) glycerol and X-ray
images collected at the University of Leeds. The crystals were found to be sat crystals
(results not shown).

Both CSS screens and the Memb-PASS screen were repeated at protein concentration of 5

mg/ml in 0.1 % (w/v) LDAO and the trays checked every weeks. After severa months
crystals were found in several Memb-PASS conditions (Figure 5.33).
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Figure5.33. Crystals grown by vapour diffusion. A) & B) pointed elliptical shaped crystals growing from asingle point in
precipitant A1 containing 48 % (v/v) PEG 400, 100 mM sodium citrate, 210 mM sodium acetate and 1.12 % (v/v) glycerol,
pH 4.5; C) dliptical shaped crystal grown in precipitant B5 — 38 % (v/v) PEG 550 MME, 100 mM ADA, 140 mM Sodium
Bromide, pH 6.5.

These were also found to be salt crystals.
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543 In meso crystallography

Lipid cubic phase (LCP) crystalography uses a complex mixture of hydrated monoolein
(MO), water, protein, detergent, and precipitants to grow membrane protein crystals (Ai and
Caffrey, 2000). Hydrated MO forms a variety of phases dependent upon the level of
hydration. The phase from which protein crystals are produced is known as the cubic
mesophase, hence LCP can aso be referred to as in meso crystallography (Ai and Caffrey,
2000).

The cubic phase produced is essential to crystal growth, therefore any precipitants and/or
additives that are introduced must not destabilise the cubic phase (Ai and Caffrey, 2000).
Detergents that are stabilising the protein are likely to be incorporated into the cubic phase
along with the protein (Ai and Caffrey, 2000). The cubic phase consists of bicontinuous
curves (Nollert, 2005) and has been shown to aid in the formation of membrane protein
crystals, described in more detail below (Figure 5.34).
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Figure 5.34. Formation of crystals in the lipid cubic phase. The events purported to take place within in meso
crystallisation begin with the protein (blue molecules) being reconstituted into the cubic phase (orange). The protein
molecules diffuse into the lattice of increasing crysta phase (centre of the figure) through the sheet-like (or cubic) phase,
sometimes retaining a small number of detergent molecules (purple). Once congregated, the protein molecules may form
layered stacks or aregular array through the coalescing of detergent/lipid molecules, forming polar contacts between (in this
case) loop regions. This processis triggered by phase separation, which in turn is aresult of the addition of precipitant, upon
which it is energetically favourable for protein molecules to cluster together in flattened regions of the otherwise highly
curved cubic phase membrane (Nollert, 2005). The protein crystal grows as molecules are fed from a ‘reservoir’ of protein
molecules in the cubic phase (Cherezov et al., 2006). The protein is represented as a blue molecule, the detergent is purple
and the lipid comprises small orange ellipses with atail. Figure from (Caffrey and Cherezov, 2012).

LCP crystallisation trials were conducted using monoolein to form alipid cubic phase to with
the aim of enhancing crystallisation. LCP was conducted as described in section 2.2.17.4. The
majority of drops had dried out, however in one drop (condition A9) there was a significant
number of crystals (Figure 5.35).
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Figure 5.35. Crystals produced using In meso crystallisation. Both images are taken from the same drop. Memb-PASS
condition A9; 47 % (w/v) PEG 400, 170 mM ammonium sulphate with hydrated MO. The phase resulting from mixing of
MO with protein solution was too viscous to pipette, hence the phase was divided as best as possible. Once precipitant was
added the drop did not remain in the centre of the well, splitting into two, one in the centre and one at the edge. Several
crystals were produced in both although too small and thin to test-shoot and so an attempt was made to stain the protein
crystals with methylene blue, upon which the crystals promptly dissolved. This, adong with the fact that it was highly
unlikely that the precipitant solution would form crystals indicates that the crystals were indeed protein.

Methylene Blue (0.005 % w/v) was added to the drop to stain the crystals, at which point the
crystals rapidly dissolved.

Further lipid cubic phase crystallisation trials used wells that were formed using a grid of
grease on the microscope slide. This technique was adjusted and repeated in larger volumes.
The LCP crystallography repeat crystallisation used MO (~60 % w/v) hydrated with protein
solution (~10 mg/ml) in a 3:2 ratio (section 2.2.15.3) with 1 pl A9 precipitant added and
sealed with a coverdlip. This was done in triplicate and after two days, crystals were present
in two of the drops (Figure 5.36).
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Figure 5.36. Crystals grown from In meso crystallogaph. All drops were set up using precipitant A9. Images A), B) and

C) are from the same drop. (B) and (C) were taken at an increased magnification. (A) contains large thin rectangular crystals
to the left of the drop; smaller unordered crystals in the centre of the drop and at the bottom and top right; and what appears
to be ahexagonal phase formed from the MO on the right side of the drop.

The crystals were plate-like and difficult to manipulate. In order to differentiate between salt
and protein they were stained using methylene blue. Unfortunately the stain dissolved the
crystals. Crystal growth using In meso crystallography was shown to be highly reproducible.
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5.5 Discussion

Circular dichroism is a commonly used technique used to determine the secondary structure
composition of folded proteins in solution. CD is a hon-destructive technique (provided that
the protein is not heated, or is, but is thermally stable) that is capable of using a small volume
of low concentration (less than ~ 1 mg/ml) protein. The JASCO J-810 spectropolarimeter
used was equipped with a Peltier device enabling rapid heating of samples for observation of
protein unfolding. While CD is capable of gathering information a a wide range of
wavelengths, this is dependent on the composition of buffers used. Impurities, along with
high salt, detergent or protein concentrations can rapidly increase the H[T] voltage above the
threshold (which varies from machine to machine), beyond which the data becomes
unreliable and unusable. The interpretation of the data obtained is subjective to the algorithm
and reference datasets used; the reference datasets are based predominantly on globular
proteins with membrane spanning proteins being significantly under represented. Table 5.1
shows dlight differences in data analysed using the algorithms SELCON3 and CDSSTR with
two different datasets (4 and 7), Table 5.2 show dlight differences in data analysed using the
CDSSTR agorithm and the same two reference sets. CDSSTR was selected over SELCON3
due to CDSSTR selectively discounting proteins from the reference sets that are not relevant
to the experimenta protein. As B-barrel membrane proteins are underrepresented in the
reference sets, CDSSTR will therefore result in a more accurate calculation than SELCONS3.
Calculation of the secondary structure from CD spectra of BAPKO 0422 at various
concentrations and temperatures was carried out using the online webserver DichroWeb
(Lobley et al., 2002, Whitmore and Wallace, 2004, Whitmore and Wallace, 2008). Data was
acquired down to 195 nm before the H[T] voltage exceeded the acceptable threshold of 600
V, this was potentially due to the concentration of detergent and salts in the buffer. It would
have been advantageous to have repeated data acquisition in the buffer used for SAXS that
contained 0.3 M NaCl, 3mM Trisand 0.1 % (w/v) LDAO.

The known CD spectra of the N-terminal domain of E. coli (Figure 5.4) is very similar in
shape to that obtained from BAPKO_0422 (Figure 5.5) To obtain an initial estimate of the
expected CD spectra for OmpA-like proteins the .pdb files for 1IBXW, 2F1T and 1QJ8 were
submitted to DichroCalc (Bulheller and Hirst, 2009) for calculation of the theoretical curve.
The locations of the CD signal peaks (positive peak at approx. 196 nm and negative peak at ~
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220 nm) of OmpA, OmpW and OmpX from the theoretical calculated data are very close to
the positions expected (Greenfield, 2006).

The % secondary structure was calculated (Table 5.1) to be 40 % B-strand, 20 % [-turns and
33 % unordered. This is approximately what was expected for a TM [B-barrel protein,
however the H[T] value exceed the acceptable threshold at around 198 nm. The algorithm
CDSSTR and reference sets 4 & 7 are designed for data within the range 195 - 260 nm, hence
the concentration was lowered, alowing acquisition of data to a wavelength of 195.5 nm.
Potential causes of the early surpassing of the upper threshold are likely to be the purity of

buffer components and / or the concentration of detergent.

Heating the protein sample (0.166 mg/ml) to five different temperatures including 20 °C
(Figure 5.9) yielded an increase in the intensity of the negative peak at 45 °C. The remainder
of the CD spectra visually changed very little from temperature to temperature and there was
no visible depreciation in the peaks. As temperature increases, CD spectra of many globular
proteins tend towards increasing disorder (Figure 5.1 A, black line) as secondary and tertiary
structure break down due to unfolding events (Corréa and Ramos, 2009). It was expected that
as the temperature increased the spectra of BAPKO_0422 would become more similar to that
expected of a random coil, however the overal [-strand shape remained, suggesting that the
protein is not globular and has a high degree of thermostability. Analysis of the samples using
the CDSSTR algorithm in conjunction with reference set 7 showed a slight increase in %
unordered structure and decrease in % B-strand as the temperature increased, while analysis
with reference set 4 only showed a decrease in % [-strand. This suggests the BAPKO_422
has high thermal stability. High thermal stability is a common feature of OmpA-type
membrane spanning proteins. Intrinsic tryptophan fluorescence and CD studies demonstrated
that E. coli OmpA maintained native secondary structure and a compact fold up to 80 °C
(Sugawaraet al., 1996).

Analysis of the CD data provided evidence for the protein being folded and containing 36 -
43 % [B-strands, approximately 20 % turns and 33 - 37 % loop regions, which in conjunction
with the thermostability of BAPKO_0422 isindicative of a[3-barrel protein.

SEC-MALLS was used to estimate the molecular weight of BAPKO_0422 in detergent

micelles and determine the oligomeric state. The protein is putative a TM protein and has
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detergent molecules bound in one of several potential forms (section 2.2.16.3, Figure 2.7).
SEC-MALLS uses static light scattering and the refractive index to calculate the weight-
averaged molecular mass, and therefore the oligomeric state. It is possible to calculate the
mw and oligomeric state using the equation described in section 5.1.2 using a cuvette and the
appropriate instruments without coupling to SEC, however SEC-coupling is preferred as any
aggregates are separated ensuring a monodisperse sample and as all measurements made are
the differences between buffer and buffer with protein sample, a continuous flow guarantees
that the buffer composition is exactly the same for both the reference and experimental
samples, alowing accurate determination of the baselines for all detectors (Slotboom et al.,
2008).

Present on the SEC-MALLS trace is a peak on the shoulder of the UV absorbance. This is
indicative of smaller molecules eluting after the main peak, this is possibly due to a second
species in the sample (shown to not be the case by SDS-PAGE) or smaller amounts of
detergent binding to the protein. The standardised dn/dc value of 0.187 ml/g for proteins
(Slotboom et al., 2008) was used for the caculation of the molecular weight of
BAPKO _0422. Manua adjustment of the baselines for the light scattering detectors resulted
in the molecular weight of 22.96 + 9 % kDa, well within the error limits of the expected mw
calculated using ProtParam hosted on ExPASy: 22.68 kDA (Gasteiger et al., 2005). This
result highlighted provided evidence that BAPKO_0422 was monomeric and present as a
monodisperse solution under the condition tested (0.01 % (w/v) LDAO).

SAXS isalow resolution technique requiring small volumes of sample. Approximately 0.15
ml BAPKO_0422 concentrated to approximately 10 mg/ml was used to provide further
characterisation of BAPKO_0422 by calculating the radius of gyration and a molecular
envel ope showing the size and shape of the electron density. Whilst capable of providing a
valuable insight into the overall shape of the molecule, one limitation is that there are
multiple possible solutions to the molecular envelope calculation that fit the data equally
well. This is compensated for by the comparison and averaging of numerous the solutions.
The data can be plotted as a Guinier plot, which can be used as a good early indicator of the
quality of the data; an upturn in the data at low g° indicates protein aggregation, whilst a
downturn points to interparticle interference (Jacques and Trewhella, 2009). The Rg can be

calculated using the slope of the line as an early estimation of the minimum dimension of the
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protein. A more accurate Rg is calculated from the P(r) plot; obtained through Fourier

transform of the data

SAXS data collection times vary depending on the strength of scattering produced by the
sample. Initial test data acquisitions were done in triplicate to determine if X-ray damage had
any effect on the quality of data obtained. A comparison of 3 datasets acquired sequentialy
on the same sample revealed no detectable change in scattering, suggesting that radiation
damage would not be significant over the experimental time period.

To determine the effect of LDAO concentration on scattering, the scattering of 10 mg/ml
lysozyme in two buffers (0.3 M NaCl, 30 mM Tris, pH 8.0) containing 0.1 % and 0.01 %
(w/v) LDAO was measured. The concentration of LDAO was shown to increase the overall
scattering (Figure 5.14) at both concentrations, this was compensated for in both cases by
subtraction of a buffer-detergent blank, as evidenced by the RG calculations in table 20.
Therefore buffer containing 0.1 % (w/v) LDAO was used for acquisition of BAPKO_0422
scattering as this was the buffer in which the protein resided after SEC. The Rg for lysozyme
was calculated to be 15.6 A from the Guinier plot and 16.39 A from the P(r) using GNOM;
the latter of which is in close agreement with that in the literature (Arai and Hirai, 1999),
confirming the statement from (Jacques and Trewhella, 2009) that the Rg from Guinier
anaysis should be taken as a preliminary calculation and should be more accurately
determined from the P(r). Calculation of the P(r) was conducted using three different values
for Dmex t0 determine the accuracy of the initial value, 50 A, chosen for the maximum width
of the protein molecule. The values used for comparison, 40 A and 60 A were too small and
too large respectively, indicating that a good choice had been made. The P(r) plot provides
important information about the oligomeric state and quality of the protein sample. A plot
with a Dima Of 50 A produced a smooth bell-shaped curve, indicating that there was no
sample aggregation or interparticle interference (Jacques and Trewhella, 2009), and that at a
distance of 50 A there was no particle overlap (Roe, 2000).

From the GNOM output ten molecular envelopes were generated (Figure 5.18), evaluated
(table 21) and averaged (Figure 5.18) to produce a molecular envelope. Analysis of the
predicted scattering plot of this averaged molecular envelope (Figure 5.19 D) showed that it
was a poor fit or the data, hence the regions of low occupancy and loosely connected atoms

removed, which provided a much better fit of data (Figure 5.19 E). To produce a more
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accurate molecular envelope the averaged model was used to produce a fixed core of high
occupancy atoms with a substantial number of connections for production of a new molecular
envelope. The resulting molecular envelope was dightly larger than the lysozyme molecule
and appeared to have a slightly larger cleft than the structure (Figure 5.20 A & B, displayed
with lysozyme showing the solvent accessible surface). However this may be due to the
structure being determined from arigid protein crystal and not freely floating in solution; the

scattering of the molecular envelope is an excellent fit to the data (Figure 5.20 C).

SAXS datasets were collected for BAPKO_0422 at concentrations of 6 mg/ml and 10 mg/ml.
Each dataset had detergent background scattering removed by the software and was
normalised to 0. Of the two datasets obtained for BAPKO 0422 the 10 mg/ml showed a
exponential increase in scattering at low g, which is indicative of aggregation. This data set
was run through initial analysis twice; once unaltered and once with the aggregated portion of
the dataremoved. The 6 mg/ml dataset was used asis.

Analysis of the Guinier approximation of the Rg for each of the three datasets calculated the
Rg to be 18.6 A from the 6 mg/ml data and 21.4 A from both the 10 mg/datasets (table 22),
however the Rg increased with the increase in concentration, and the 1(0) increased
disproportionately to the increase in concentration, both are which are signs of aggregation.
Calculation of the Rg by GNOM however, found that there was no significant increase.
PRIMUS, which did the automatic calculation noted that the full 10 mg/ml dataset was
“aggregated” (table 22). Calculation of the Rg from the P(r) plot using GNOM showed very
similar Rgs for the 6 and 10 (aggregation removed) mg/ml datasets, athough with a
difference between the two larger than the calculated errors. The whole 10 mg/ml dataset had
an Rg and 1(0) much larger than the other two, hence was discarded. GNOM automatically
evaluates the solution calculated, finding the 6 mg/ml to be a “reasonable solution” and the
10 mg/ml to be a “good solution”. The 1(0) increased with increasing concentration, but
dightly more than proportionally. However as the scattering from very large protein
aggregates was omitted from the calculation and hence did not contribute to the calculated

solution, the data was good.

The P(r) function of BAPKO 0422 at both concentrations was plotted with various Dpax
values (data not shown) and the value 70 A found to produce the best result for both datasets.
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There is a “tail’ present towards high R on plots at both concentrations, this was considered to

be an artefact of overlap caused by the peptide chain containing the His-tag.

The generated molecular envelopes from both datasets (Figure 5.25 & Figure 5.28) all had
scores below 0.0074. The lower the score, the better; 0.0070 was the lowest score obtained by
a solution from BAPKO_0422 data. Molecular envelopes generated from the lysozyme data
had similarly low scores. These scores suggested an excellent fit to the data, although
comparison of these solutions to the average model (Table 5.4) resulted in solution J (Figure
5.28) being discarded due to the region of density protruding from the side. Each set of

solutions was averaged and refined.

The molecular envelope produced from averaging the BAPKO 0422 6 mg/ml dataset (Figure
5.26 A) was analysed for fit to the data (using a predicted scattering curve) by CRY SOL and
found to be a very poor fit (Figure 5.26 D). This was refined using DAMFILT as with the
lysozyme data and this produced a solution that had a very good fit to the experimental data,
apart from at high q (labelled in the figure as s) (Figure 5.26 E). In addition there was a small
region of density present at what was assigned the bottom of the solution. The solution was
globular with a single protrusion at the designated “bottom”. The molecular envelope of a (3-
barrel might be expected to resemble a cylinder, however the refined electron density map
caculated by DAMFILT revealed a globular structure with a single protrusion. This
protrusion could be due to the extended N-terminus with a hexa-His-tag and the HRV-3C
recognition sequence. This may be confirmed by recollecting SAXS data after Histag
cleavage by HRV-3C protease. The globular structure (as opposed to a cylinder) may be due
to associated detergent molecules producing increased electron density surrounding the
barrel. The crystal structures of E. coli OmpA and OmpW revealed severa tightly associated

detergent molecules per molecule (PDB accession codes (1BXW & 2F1T).

A fixed core of density was prepared from the averaged model and a further molecular
envelope developed. This resulted in the solution showed in Figure 5.27. The molecular
envelope is smaller and more compact, missing a region of density at the bottom, preventing
the OmpA structure from fitting within. The ‘squashed’ barrel of OmpX however, would fit.
The density towards the top of the model fits in line with having longer loop regions on one
side and shorter on the other, however the region of density at the bottom is still there. This

solution is an excellent fit compared to the experimental data (Figure 5.27 C).
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The averaged molecular envelope from the 10 mg/ml dataset (Figure 5.29 A) had a predicted
scattering curve that was very different to that of the recorded data (Figure 5.29 D), providing
more support for the fact that simply averaging generated solutions was not accurate. As with
the 6 mg/ml dataset the refined solution produced by DAMFILT (Figure 5.29 B and C) fitted
the data much better (Figure 5.29 E). This molecular envelope contained more density at the
bottom of the model than that of the refined 6 mg/ml solution. The structure of OmpA does
not account for this, however BAPKO_0422 is predicted to have longer periplasmic turns
than OmpA, hence this area may be a result. In addition there is much less unoccupied

density at the top and at the sides of the structure, suggesting atighter fit to E. coli OmpA.

The solution generated by modelling based on a fixed core (Figure 5.30 A & B) has a curve
very similar to that of the experimental data (Figure 5.30 C) and has very few regions of
electron density that are not filled. This is not as ‘squashed’ as the molecular envelope
produced from the 6 mg/ml data and is more similar to OmpA or OmpW, not OmpX. The fit
of OmpA within the molecular envelope is much tighter, although there is still given for the
loop regionsto be flexible.

Most parameters were left at the default values, however some had to be specified, for
instance Dmax had to be specified in production of P(r) plots. In generating the initia
molecular envelopes adjustment of parameters such as the symmetry and anisometry affected
the results. The symmetry was set to the default value of P2 (no symmetry), changing this to
P2 with unknown anisometry, however resulted in a molecular envelope shaped like an
elongated hexagon with atail either side. Changing anisometry to prolate with P2 symmetry
resulted in a solution with asimilar overall shape to that of a two-armed spiral galaxy. These
were both deemed good fits to the data despite being unrealistic, and served to impress the
importance of selecting the correct parameters for the protein. Even when the parameters are
matched well, it is still possible that unrealistic solutions can be generated (as with solution J,
Figure 5.28), hence it is important to generate multiple solutions and average them. The
averaged solution produced by DAMAVER has been shown by CRY SOL in analysis of all
datasets in this research to not be accurate to the experimental data, whereas the solution

produced by DAMFILT is much more accurate.

The molecular envelope of BAPKO_422 generated by SAXS is comparable to other 8-

stranded membrane spanning proteins of known structure, in particular OmpX. The data
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suggests the existence of a protrusion at the periplasmic end of the barrel which is consistent
with the N-terminal tag of 37 amino acids. The larger globular domain may represent the

region exposed on the cell exterior where longer loops are predicted (Figure 3.13).

These loop regions may interact with factor H and possibly other host factors e.g. factor | or
factor D. Given the analogous relationship with the OmpwW, OmpX and the multifunctional
OmpA, it is highly likely that these proteins have multiple roles within the Spirochaete,
which may include maintaining cell shape, transport of ions or hydrophobic molecules and
ligand binding. It is possible that the proteins homologous to BAPKO_0422 fulfil some or all
of theseroles, and / or are responsible for factor H binding in different hosts.

To increase the chances of successfully crystallising BAPKO_0422, different screens and
methods, each with its own advantages were used. The CSS screens are standard screens
designed to produce protein crystals whilst having a significantly lower chance of producing
sat crystals. The Memb-PASS screen (Jena Bioscience) was used as it was specificaly
designed to screen a wide range of membrane protein crystallisation conditions, the magjority
of which contained a large concentration of PEG, this however isin contrast to the conditions
previously found to produce crystals of BAPKO 0422 (section 5.2.1). Lipid cubic phase
crystallography was chosen as the lipid mesophase has been reported as being an idea
environment for the growth of membrane protein crystals, this is however difficult to set up,

made even more so by the fact that the laboratory lacked the recommended apparatus.
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Chapter 6. Conclusions & Future Directions

6.1 Conclusions
The aim of this research was to identify and characterise a family of transmembrane B-barrel
proteins in Borrelia that had implications for increasing the knowledge of the Spirochaete’s

virulence and immune evasion mechanisms.

Several factors suggest that Borrelia, like Gram-negative bacteria such as E. coli may contain
small, OmpA-like B-barrel TM proteins. Both have in common: a double membrane
structure, a peptidoglycan layer (of differing thicknesses and positions within the periplasmic
space) and the numerous lipoproteins. More substantial evidence is provided by the presence
of: an orthologue to a component of the B-barrel assembly apparatus (BamA, BB0795)
(Lenhart and Atkins, 2009) and orthologues of SecA CM secretion apparatus (Guina et al.,
1998). BamA is one of a complex of proteins that includes BamB through BamE (Lenhart
and Atkins, 2009) present in the outer membrane of E. coli and N. meningitidis that
comprises the B-barrel assembly machine (BAM) responsible for the folding and orientation
of OM proteins. A BamA orthologue (BB0795) was recently identified in B. burgdorferi s.s,,
providing evidence for the presence of machinery responsible for the assembly of OM [3-
barrel proteins in Borrelia (Lenhart and Atkins, 2009). The membrane-spanning domain in
this BamA orthologue shares 18.5 % identity with BamA from E. coli. SecA in E. coli isa
protein responsible for export of OM proteins through the CM in E. coli (Guina et al., 1998).
With the similarities in ultrastructure, and the presence of these OM protein assembly and
folding mechanisms it is logical to assume that Borrelia may contain small OmpA-like TM
B-barrel proteins. A large number of non-essentia Borrelial surface exposed proteins are
encoded on plasmid genes (Steere, 2001), such as virulence factors (i.e. BbCRASPS).
Proteins essential for bacterial function and survival are encoded on the chromosome, (i.e.
OmpA from E. coli). Putative OmpA-like proteins identified in Borrelia are encoded on the

chromosome.

The bioinformatic analysis conducted within chapter 3 of this research provides evidence for
the presence of four small membrane spanning B-barrel proteins in each of the species of
Borrelia analysed. A total of 12 protein homologues were predicted to be putative TM f3-
barrel proteins similar to the OmpA protein family. As was evidenced by the results from
FFASO3 searching, the Borrelial OmpA-like proteins have very low sequence similarity (10 -
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15 %) to the currently known Omps from other Gram-negative bacteria. This level of
similarity is indicative of remote homology, which may be expected given the remote
relationship between Borrelia and E. coli; an example of this is the orthologue of E. coli
BamA in Borrelia. PRED-TMBB predicted that the majority of putative OmpA-like proteins
identified would contain eight TM B-strands, Signal P predicted that the majority of proteins
would have a signal peptide and FFASO3 found similarities between OmpA/W and the
identified proteins. Homology modelling using OmpA and OmpW from E. coli as templates
showed that with careful alignment the sequence for BAPKO_0422 formed [-barrel proteins

with an aromatic girdle.

BAPKO 0422 was shown to exist as a monomer in 0.1 % (w/v) LDAO by size exclusion
chromatography, SEC-MALLS and SAXS. The monomeric state in detergent gives further
credence to the possibility that it is an OmpA-like protein (OmpA is known to readily refold
in detergent).

Secondary structure analysis of BAPKO_0422 by circular dichroism showed that the protein
was approximately 35 - 40 % [-sheet (Table 5.1 & Table 5.2) which is comparable to known
TM B-barrel proteins (OmpA/X/W). Data acquisition was however limited to 195 nm. Data
acquired at a lower wavelength might yield a more accurate calculation as the reference
datasets and a gorithm were optimised for data up to and including 190 nm.

Generation of a molecular envelope from SAXS data concurs with SEC-MALLS showing
that the protein is present in a monomeric state. The molecular envelope generated fits the
solvent accessible surface of E. coli OmpA and OmpW with only the loop regions protruding
outwards. As the loop regions are flexible the molecular envelope accounts for an average of
positions. The techniques and software used to produce this molecular envelope were

validated by the use of lysozyme as a positive control.

Crystallisation of BAPKO_0422 was attempted with mixed success. Crystals were obtained
from lipid cubic phase crystallography, but were not of diffraction quality. Optimisation of
these conditions again met with varying success, with dehydration of the drop producing
clusters of unordered crystals combined with amajority of clear protein drops suggesting that
a higher protein concentration was the way forward. Unfortunately due to the difficulties in

obtaining pure protein, there was not enough time to attempt this. However the growth of 2D

Page | 211



crystals shows that it is possible to grow crystals of native BAPKO_ 0422 without the need
for mutation to increase contact surfaces as in the crystallisation of E. coli OmpA and OmpX
(Pautsch et al., 1999).

It is highly likely that the putative Borrelial OmpA-like proteins have multiple functions
within the cell such as maintaining cell structure and/or functioning as a pore. A study in
2009 identified that one of the putative OmpA-like proteins identified in this research,
BG0407 had the capacity to bind human complement regulating protein fH (Bhide et al.,
2009), athough humans are an accidental host for Borrelia. The Spirochagete did not evolve
for infectivity of humans as ticks in their natural habitat rarely encounter humans. The fH
binding proteins (i.e. CRASPs) are more likely to have evolved for binding fH in birds and
small mammals, hence it is possible that different groups of fH binding proteins (CRASPs,
Erps, Omps) evolved to bind fH in different species.

The Bhide (2009) study speculated that BG0407 was a protein with two N-termina coiled-
coil motifs, however the data acquired throughout this research provides evidence for
BAPKO 0422 being a smal TM B-barrel protein. The bioinformatic studies and topol ogy
predictions predict that the protein will have a signal peptide and will form an 8-stranded TM
B-barrel. Each of the twelve homologues identified are currently classed as putative
uncharacterised proteins (ExPASy). The fact that the protein is soluble in LDAO and
monomeric as shown by SEC-MALLS is more evidence for BAPKO 0422 being a
membrane protein. The SAXS generated molecular envelope is of the right size and shape to
account for a barrel-shaped protein with flexible regions. Each piece of the puzzle fits with
the conclusion that BAPKO_0422 (and the family identified within this research) are ~ 20
kDa TM [-barrel proteins. Due to the differences between BAPKO 0422 and E. coli
OmpA/W, namely the lack of a periplasmic N-terminal domain the name proposed for this

family of proteinsis OmpB.
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6.2 Futuredirections

The discovery of this novel family of small eight stranded membrane spanning B-barrel
proteins is significant as this is the first time proteins belonging to the OmpA-like
superfamily have been identified in the Spirochaete Phylum. Leptospira and Treponema have
a related double membrane structure and a conserved [-barrel assembly machinery (BamA)
orthologue therefore it is possible that these bacteria also contain proteins belonging to the
OmpA-like superfamily. Future work could be directed towards using HMM searches in an
attempt to identify these proteins in other Spirochaetes. As high-resolution structural data of
Borrelial OmpA-like proteins becomes available this will enable improvement of the HMM

profile by inclusion of these proteins.

To facilitate this, it would be beneficial to produce vector-constructs of the remaining
putative OmpA-like homologues and attempt to produce high resolution structures. This

would also provide an insight into the potential function of these proteins.

For improvement of cloning efficiency a different cloning technique such as blunt-end or TA
cloning would be used, athough this would introduce the possibility of the gene being
inserted backwards, it would remove the need for restriction enzymes; some of which were
found to be inefficient during this research. For these new constructs the His-tag could be
switched to the C-terminus of the protein, which may alow more efficient folding, or

different protein tags such as a SUMO-tag could be used.

Borrelia have numerous exposed proteins aready known to bind fH (such as CRASPs, Erps);
a vital defence mechanism for invading pathogens, as fH binding acts as an ‘off-switch’ for
AP activation of the complement immune system. Evidence suggests that the Borrelial
OmpA-like proteins identified in this study may bind fH from humans and/or various other
hosts. It remains a possibility that the interactions between fH and BG0407 identified by
Bhide et al (2009) may be a non-specific interaction. Isothermal titration calorimetry could be
used in conjunction with ALBI assays to evaluate the potential interactions of BAPKO_0422
and homologues with human fH and calculate the binding affinity and specificity of any
interaction. High-resolution structural data such as a cocrystal structure would provide further

insight.
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Lipid-cubic phase crystallography showed promising results and trials at varying protein

concentrations in arange of detergents would be likely to successfully grow crystals.
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Chapter 8. Appendix

8.1 Redundancy reduced lists of known OM proteins

A redundancy reduced list of known Outer Membrane Proteins acquired from ProDom

OM Pswith 40% redundancy reduction

Sequences kept:

23 out of 167

Reduction:  13% of origina set kept

>QORVB9_ERWCA#294#207
QBZ3GA_SHI SSH29#195
QUL6J0_ECOLI #29#195
OVPA_SHI DY#29#200
QB3RX2_SHI FL#29#198
Q5PGD5_SALPA#29#199
OVPA_SALTI #29#199
OVPA_KLEPN#17#191
OVPA_YERPS#29#203

YTGEKLGVSQFHDTGFYGNGYTDVNNNPI KSKL GAGAFVGYQANPYL GFEMGY DW. GRVKYAGSTANPADSASL KAQG QLAAKLSYPVLPDLD
VYTRLGGWWRVDTHADRSGNHLNNDDTGVSPLAAI G EYAI DKNWATRVDYQW/S

Q5WB21_SHI SO#29#195
OVPA_ECOLI #29#195

QI9P73_ECOLI #29#195
QB2HVO_SHI DY#29#199
Q31YMD_SHI BO¥29#198
Q57QT3_SALCH#29#199
(B52JK5_ENTSA#29#195
Q7N602_PHOLL#29#209
OVPA_YERPE#29#203

NI GDAGTVGARPDNM. MSVGL SYRFGQDD

>QBPSK4_PASTR#28#221
QBRWVR_HAEGA#29#211
BRMLO_HAEGA#29#211
Q6TRSA_HAEGA#29#210
QUCMNL_PASMU#29#220
Q5GUBS_PASMU#29#204
051841_ACTACH29#213
OVP52_HAEI N#29#219
OVP53_HAEI N#29#225
QBXAX6_MANGL#27#228
QBXAYO_PASHA#27#233
QBXAX9_PASHA#27#234
QURQRS_PASHA#27#239
Q6PSK1_PASTR#28#224

QBRIDO_HAEGA#29#211
QBRWMD_HAEGA#20#211
QBFY67_HAEGA#20#211
Q6 V12_HAEGA#29#210
Q6GUB4_PASMU#29#220
Q6GUBG_PASMU#20#215
Q9S5J9_ACTACH29#213
OVP51_HAEI N#29#219

Q65T83_MANSME20#213
QBXAXS_PASHA#27#228
QBXAY1_PASHA#27#233
QBXAY3_PASHA#27#235
QBXAY4_PASHA#27#239
QBPSK5_PASTR#28#224

Q5PNVB_SHI BO#29#195
OVPA_ECCB7#29#195
Q49P71_ECOLI #29#195
BOW6_ECOL6#58#227
QI9P72_ECOLI #29#199
OVPA_SALTY#29#199
OVPA_ENTAE#29#197
OVPA_SERMA#29#207
QsD6D4_ERWCT#29#212

BRML8_HAEGA#29#211
BRWML_HAEGA#29#211
BRI58_HAEGA#29#206
Q5GUB7_PASMU#29#218
Q5GUBS_PASMU#29#220
BVPL3_PASMU#29#215
Q55T85_MANSME39#236
Q4QLD3_HAEI 8#29#225
QBXAXT_PASHA#27#228
QBXAXA_MANGL#27#228
QBXAY2_PASHA#27#233
QBXAY6_PASHA#27#239
QBPSJ7_PASTR#28#225
BEF13_ACTSCH29#219

YVGAKAGMSFHDG SQ DHKNGGKYG NKNSVTYGAFVGYQ | DNLAAEVGYEYFGRVRGLEQTKAGGSKKTFRHSAHGT TI ALKGNYEVI SG

LDTYAKAG ALVNNSYKTVNVDTKVPTKTSRFQSSLI LGAGVEYAI TPSLGARI EY

QALNNAGKASYATL RRMGVEGSDYRPDI SSVSAGLTYRFGQGAA

>BDYH6_VI BF1#21#185

YLGGEQVGVSHFLGACSSNAI ECKNYVTGGEL YGGYQFNSWFAL EGSVWHDYGSPKTFYGVGDGYYSNATGVDL SVKL SLPVTDNL DL YAKGGAAY

NYLSVSGNDNVHLGWFESDSSI DDI I GAEYALAPNWSLRFGTSI | DG GNAKTG

KSDLYFTSLGLTYKF

>(BE832_SHEON#33#191

YAGAGL GQGHYSNGSNPQSYDSVRDRFAGSVYL GYQVNPYLAPEL SYQFL GSAYANYEQGQ SGCDFQQVVLAARFGYPLTTSLYPYVKVGGAGW

FGDSEG.RSGSERGFSPI VAAGVEYAFTPRLSGRLEHQYTDSLGADSI GYTDHHLT
TLALSVWRFG

>P96773_HAEDU#126#257
KGDLNRQFKHTAHGANL SLKPSYEI LPNLDVYGKVGMGEL VRNDYKFI L DL QSKDOQHVKDETKLHTLKPSLLLGTGVEYAI TPELALRTEYQYLN
KAGNL YKAAKYKNI STSLAYAPDI HSVSVGLSYRFGQG

>(C31154_VI BCH#24#173 B7RLA_VI BPA#23#171

YVGGEKVGEKSW. DDACL AGQSCEDDDQVVGAFL GYQANKWL SLEAGYDYL GKFTAAGLNDEKVQAVTLAPKLSI PLTEG ALYGKVGGAYVDYGS
KDDYSYLGAAGLEFNTNHNVTMRLEYQNLTDI NNDI VRARAETATLG AYKFGGSE
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>@B7JIK1_VI BPA#26#179
B7GX9_VI BPA#27#181

Y1 GGKVGYNSLNDACYLNEPCDDDSFAAGVHI GYNFNEYVAAEYGVDYL GDF TANFKKPGLNTVDGDL WAL TLAPKFNL PL TDSWNL FAKVGAA
YMVAGDEKDFVPTGSL GAEYKI NYNWSL RAEYCQRYQDMSDDI VDDVDSDFFGE GFN

YKFG

>QU4GL1_CHRSL#624#200

DVDDDDNTFKGFVGYNFNRYFATEAFYSDL GRVKLKGNGTANTDLESEAYGVSLVGKLPI TOAFEL FAKAGVAKVWET DI DGNL GGASTDLEDND

QBDG6H3_VI BVU#30#182

GVDPVYGAGAQFNFKPFLVRAEYERYDFDSDYQ DSFTASVGANQF

>(BFAO01_NEI G1#20#175
QORP18_NEI ME#20#174
QORP17_NEI ME#23#174
PO95371_NElI ME#20#175

QUR2RL_NEI NE#20#174
Q7ARBO_NEI MA#23#174
Q7DDVR_NEI MB#23#174
P95343_NEI GO#20#174

Q7NMDCO_VI BVY#30#182

QORP16_NEI ME#20#174
P95372_NEI ME#23#174
P96943_NEI ME#23#174

EGASGFYVQADAAHAKASSSL GSAKGFSPRI SAGYRI NDLRFAVDYTRYKNYKQAPSTDFKLYSI GASVI YDFDTQSPVKPYFGARL SLNRASA
HL GGSDSFSKTSAGL GVLAGVSYAVTPNVDL DAGYRYNYVGKVNNVKNVRSGEL SA

GVRVKF

>(QBEl 33_ACTSCH#24#191

YVEGDAGYSKLRTSGEL SSKI SDGSFSPSVAVGYKVNDWRFAL DYTYYGKGDEGFGDL GGSGENEVKAYGFGLAAYYDFDLGTSLTPYLGAR! S
ANHI KVNSDFNNASDYFHFSNSNTEFGYGAI AGVSYNFAPQUDL NVAAEYNRL GEV

RDVKVNQYGAKVGVRYTF

>BQBC3_9GAM28#162

AKGGYQMSDDSYKHSNPKGA! FGVSSGL QF SPAVSWDVGYQYHDDL KADATSVNVKAGL| ESAL RYDWYL QDNL SVYGRL GVAYWDVEKTHL S
SDKLDATGLSPLGEVGVNYNFTPNVRL SAGYQYI DSI GESN

>BQLI4_9GAM38#150

ASGDGEGSSDGVGFGAYGGYNFNEWFGL EANL FASGDL GEDGVDVGAGAL TFTPKFTYHFNDTF SAFAKVGVASMAVVVDYGPFDADY TGAGL T
WGVGVNAAL TEKLNLRLSY

>BGVAG_9GAMMH3GEH#179

YVGAKVGQFDL DVDGADDPTAYGVYAGYNFDPNFGVEAEFVGSDDADYRGGEDI DAKTYGAYGT YRYAFPNTGL YAKGKLGVARTEI EATGTSPA
GFYNGSNKDT SLAGGVGL GYSVNPNFSVEAEYDKL GSDADL MTVGAQLKF

>QBD31 0_ERWCT#17#171
Q323X9_SHI BO#19#171
OVPX_ECOL6#19#171
QTOQVS_SALTY#19#171
OVPX_ENTCL#19#172
BDOS1_YERPE#20#176
B54470_SERMAH2T#172

GAGSAFAGRSTVTAGYAQGDAQGVNKVKGFNLKYRYECQDNNPLGVI SSFTYL EKNGSDDGFYSKGQYMGFTAGPAYRLNDWASL YGWGFSHG
KVTSNNTNGQDNASNDDYGFTYGAGVQFNPI QDVAL DVGYEQSRI RSVDVGAVAVG

VGYRF

>QB66AL7_YERPS#27#179
Al L_YEREN#32#178

ASNTVSFGYAQSTLKI DGEKI GKDNKGFNLKYRHELDSVLG VASFTHTKOQNYGVPGDSDGKRKVEYYSL MWGPSWRFNEFVSAYAL T GATQGK
STHTKPRWV/SNTVSKTSMGYGAGL QFNPVKHVAI DTAYEYAKI EDVKI GTW VGVG

YRF

>(BZ920_SALTI #29#174
QB7SL6_SALCH#29#174

QBZ3X1_SHI SSH19#171
OVPX_SHI FL#19#171

OVPX_ECOBT#19#171

QBPGL3_SALPA#19#171
Q18427 _KLEPN#25#170
BZDQD_YERPE#18#174
(5J664_SERVA#2T#172

Q7NA74_PHOLL#26#175
Q7TNAT73_PHOLL#27#181

QORFVA_SALTY#29#174
QBPFY4_SALPA#29#174

Q21 92_SHI DY#19#171
OVPX_ECOLI #19#171

QBXHL7_SALTI #19#171
QB7RC6_SALCH#19#171
QB3ZRI1_ENTAE#25#171
QB69E5_YERPS#18#174

Q70AMB_YEREN#32#178
(BZEI O_YERPE#27#179

QBZRH3_SALTY#29#174

SFGYAQTHL SSL KNSDSKDL RGFNFKYRYEFNETWEML GSFTATRNEMENY TWKEGKL HKNGSDSVDYGSL M-GPTYRFNDYVSLYGNAG ATM
KFNKHSKEESFAYGAGVI FNPVKSI SI DASWEASRFFAVDTNTFGVSVGYRF
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>(BXBY9_ECOB7#13#177
Q04817 _SALTY#29#185
B7Q49_SALCH#31#185
Q7AAVS_ECOB7#18#182

SAGYAQSKVQDFKNI KGVNL QYRYEVWDSPVSVVGSFSYMKGDWADSHRDEADDF YRHQADI KYYSFLAGPAYRLNDY! SFYGLVG SHTKAKGD
YEVRNSVGADESDGYL SESVSKKSTDFAYAAGVI | NPWGNVEVNVGYEGTKADI YG

KHSVNGFTVGVGYRF

>(OXD46_VI TS1#32#191

TVSI GYSHGKI SGADKLNGVTAKYNYQFDQOPWEVMINL TYMGGKORNNI TSSNQL YENDVDVDYYSAGVGPSYRI NPNVNVYGVYWGVAKADTK
GTQKONRTGRI YNI DNI DTNVMYGAGVQYNPAPNWSYDVGYESSRVNDGYDKRSMN

AFNVGVGYRF

>(BX428_ECOb7#7#108
BFEX5_ECOL6#32#199
B20M5_SHI BO#19#199
@BX2A1_ECO67#19#199
QB87E7_9VI RU#19#199
OEV15_ECO57#29#199

Q6DB56_ERWCT#23#182
(BPMG8_SALPA#31#185
PAGC_SALTY#31#185

QBFI F5_ECOL6#32#199
Q32206_SHI BO¥19#199
BX547_ECOB7#19#199
BXEGS_ECOB7#19#199
QBHOT1_9CAUDH19#199
Q7DBL7_ECOB7#29#199

QOEUGD_SALEN#29#185
BZ6B2_SALTI #31#185
QBWPLG6_ECOLI #13#177

BZ1B4_SHI SS#32#199
B1ZK9_SHI FL#19#199
@BX282_ECO67#19#199
Q7AFX4_ECOB7#19#199
BX281_ECO67#29#199

SVNVAGPSVRVNEWFSAYAMAGVAYSRVSTFXGDYLRVTDNKGKTHDVL TGSDDGRHSNT SL AWGAGVQFNPXESVAI DI AYEGSGSGDVRTDG
| VGVGYKF

>(B3796_SALTY#23#153 BZ@B5_SALTY#23#153 Q57QV9_SALCH#23#153
AGYKNTVS| GYAYTDL SGAL SGNANGANI KYNWEDL DSGFGAMESVTYTSADVNNYGYKVGDADYTSLLVGPSYRFNDYLNAYVM GAANGH K

DNWENSDNKTAFAYGAGH QLNPVENI AVNASYEHTSF
>Q7N5| 2_PHOLL#43#182

LNGATLSYRYEL DDQWGLL SSFTFAKGDEKETKYYTGEDLKYYSVM GPTYRI NDYI SLYGQLGLSRI NDKSTAHYSGGYI EKESTSKNTLGAG
AGFI | NPTTNTSI TAGYEGSRFSI KDGNEKDHLSTNGFNI TVGYRF

>(B7K85_SALCHH#72#178 BZMB7_SALTY#69#178 BZ3YB_SALTI #72#178
GSOQRYSDESSNGRVTTRYYSLLAGPSVKI NNQL SL YSQVGPVLLHQRDHG NESDSKVGYGYSAGVAYTPVSNVAI TLGYEGADFDATHNSGSL
NSNGFNLGVGYRF

>BZQGL_SALTY#92#172
Q74SP4_YERPE#O1#182
Q66BP0_YERPS#98#183

BD0Z7_YERPE#103#194
Al L_YERPS#91#182

(BZCR3_YERPE#91#182
(BZF58_YERPE#98#183

GPSYRFNEYLNAYVNVAGL GHGHI DDKRDNSGKKTGFAYGAGVQ NPVENI Al NASYEYSRFSAYDSKVNAGTWL GVGYSF

The second phase of redundancy reduction. After the initial reduction, each half of the list

was recombined and resubmitted. No more sequences were removed.

OMPswith 90 % redundancy reduction
Sequences kept: 68 out of 167
Reduction:  41% of original set kept

>OVPA_SHI DY#29#200

YTGAKLGASQYHDTGFI DNNGPTHENQL GAGAFGGYQVNPYVGFEMGYDW. GRVPYKGSVENGAYKAQGVQL TAKL GYPI TDDLDVYTRLGGW
VRADTKAHNNVTGESEKNHDT GVSPVFAGGVEWAI TPEI ATRLEYQW NNI GDAHT

| GTRPDNGLLSLGVSYRFGQGE

>OVPA_SALTI #29#199

YAGAKL GWSQYHDT GFI HNDGPTHENQL GAGAFGGYQVNPYVGFEMGY DW. GRVPYKGDNTNGAYKAQGVQL TAKL GYPI TDDLDVYTRLGGW
WRADTKSNVPGGASTKDHDTGVSPVFAGG EYAI TPEI ATRLEYQWNNI GDANTI

GTRPDNGL L SVGVSYRFGQQE

>(B2JIK5_ENTSA#29#195

YAGGKLGASQFHDTGFI PNDGPTHESQL GAGAFGGYQVNPYVGFEMGYDW. GRVPYKGDTVNGAFKAQGVQL TAKL GYPVTDDLDVYTRLGGW
WRADSSSNI AGDDHDTGVSPVFAGGVEWAMIRDI ATRLEYQAVNNI GDAQTVGARP
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DNGWL SVGVSYRFGQQE

>OVPA_ENTAE#29#197

YAGGKL GASQFHDT GAYNSNL NNNGPTHESQL GAGAFGGYQVNPYL GFEMGY DW. GRMPYKGVKVNGAFSSQAVQL TAKLGYPI TDDLDI YTRL
GEAWWRADSSNSI AGDNHDTGVSPVFAGGVEWAMIRDI ATRLEYQUW/NNI GDAGTV

GVRPDNGWMLSVGVSYRFGQ

>OVPA_KLEPN#17#191

YAGGKL GASQYHDT GFYGNGFQNNNGPTRNDQL GAGAFGGYQVNPYL GFEMGYDW. GRVAYKGSVDNGAFKAQGVQLTAKLGYPI TDDLDI YTR
L GGWWRADSKGNYASTGVSRSEHDTGVSPVFAGGVEWAVTRDI ATRLEYQAVNNI

GDAGTVGTRPDNGMLSLGVSYRFQQ

>Q7NB02_PHOLL#294#209
YTGGKL GASQYHDVNEYGNGYTSAI GNGPTHKNGQL GAGAFL GYQANPYL GFEI GYDW. GRVPYKGSVNNGAFKAHGFQVATKL SYPI MDDLDI Y
TRLGGWMRADSKATYSATNTHLKNHDTGVSPLAAI GVEYAI TKDWATRL DYQUW/N

NI GDAGSVGARPDNGL L SVGVSYRFGQDEAA

>0OVPA_SERMA#29#207

YTGAKLGASQYHDTGFYGNGYONG GNGPTHKDQL GAGAFL GYQANQYL GFEL GYDW. GCRVPYKGSVNNGAFKAQGVQLAAKL SYPI ADDLDI Y
TRLGGWWRADSKANYGRT GORL SDHDTGVSPLAAVGVEYAL TKNWATRLDYCQFVS

NI GDAGTVGARPDNTM.SL GVSYRFGQDD

>0OVPA_YERPE#29#203

YTGEKLGASQYQDTGSI | NNDGPTHKDQL GAGAFFGYQANQYL GFEMGYDW. CRVPYKGDI NNGAFKAQGVQLAAKL SYPVAQDLDVYTRLGGL
VVRADAKGSFDGGL DRASGHDT GVSPL VAL GAEYAWT KNWATRVEYQUW/NNI GDRE

TVGARPDNGLLSVGVSYRFGQEDAA

>Q6D6D4_ERWCT#29#212

YTGEKLGVSQFHDTGFYGNGYTGVNNNPI KSKL GAGAFVGYQANPYL GFEL GYDW. GRVKYAGSTASNDDSASFKAQG QLAAKLSYPVMPDLD
VYTRLGGWWRADSHAATSVNTGTRADI NNDDTGVSPLAAI GVEYAI DKNWATRVD

YQAVSNI GDAGTVGARPDNL L MSVGLSYRFGQDD

>QORM69_ERWCA#29#207

YTGEKLGVSQFHDTGFYGNGYTDVNNNPI KSKL GAGAFVGYQANPYL GFEMGYDW. GRVKYAGSTANPADSASL KAQG QLAAKLSYPVLPDLD
VYTRLGGWWRVDTHADRSGNHLNNDDTGVSPLAAI G EYAI DKNWATRVDYQWS

NI GDAGT VGARPDNML MBVGL SYRFGQDD

>Q61 V12_HAEGA#29#210

YAGAKAGNASFHDG.NQFENSQNAYGTLRNSVTYGVFGGYQ TDNFAVEL GYDDFGRAKL RKGGETVI KHTNHGAHL SLKASYPVLEGL.DVYAR
VGAAL| RSDYKSTKRAESDYVMHEHSL KVSPVFAGGLEYNLPSLPELALRVEYQW

NKVGRGEKDGSRVDYTPS| GSVTAGLSYRFGQ

>QBGUB7_PASMU#294218
YVGAKAGAASFHDSL NQFNDI TEPATGFKRNSVTYGVFGGYQ TDNFAVEL GYDDFGRAKARAT DPKTKETVDAAKHTNHGAHL SLKASYPVLD
GLDVYARVGAAL VRSDYKVYDKEPADL SFLKRTHSTQVSPVFAGGL EYAFMPEL AL

RVEYQW. NNVGKL KDAKGERVDYRPDI GSVTAGLSYRFGQ

>(Q6GUB5_PASMU#29#220

YVGAKAGNASFHDGL NQAKYL EAPEATFGFKRNSVTYGVFGGYQ TDDFAVEL GYDDFGRAKLRI AETDQKARDVAKHT NHGAHL SLKASYPVL
DGLDVYARVGAAL | RSDYKVYDHSDPAKL PQLKRTHSTQVSPVFAGGLEYAFMPEL

ALRVEYQWNNVGKL KDVDGNRVDYRPDI GSVTAGLSYRFGQ

>Q6GUB8_PASMU#29#204

YVGAKAGNASFHDGL NQAKYL EAPEATFGFKRNSVTYGVFGEYQ TDNFAVEL GYDDFGRAKL RVAEKDQKAKDAAKHT NHGAHL SLKASYPVL
DGLDI YARVGAAL | RSDYKVYDHSDPAKL PQFKRTHSTQVSPVFAGGLEYAFMPEL

ALRVEYQWNNVCGKVKDVL GERVDYR

>(@BVPL3_PASMU#29#215

YVGAKAGMSFHDG.NQ EYVSKTSFGSKRNSVTYGVFGGYQ TDNFAVEL GYDDFGRAKVRANSKT TAFDAAKHTNHGTHL SLKASYPLLDGL
DVYARVGAAL| RSDYKL YAPLI NKRLSPHFKI TQVSPVFAGGLEYAFI PELTLRVE

YQWNNVCKFEYADGQYADFRPDI GSVTAGLSYRFGQ

>QUS5J9_ACTACH29#213
YAGAKAGNASSHHGL NQFKQKGVSI NRNSEAYGVFGGYQ TDNFAVEAGYEYFGRSKAKVNGAQRFRHTAHGT TLAL KASYPVL DNLDVYGRVG
AALI RSDYKVGQANKPDRYHNL KVSPVFAGGVEYAI LPELAL RAEYQW/SRVGNL G

RAEEKADRSARTI DYSPDI GSVAVGL SYRFGQGVA

>QB5T85_MANSME39#236

YAGAKAGNASFHDGYTQYAEDGVGSHTKSVTYGVFGGYQ FNRDNL GL AVEL GYDDFGRAAL RTNGAT SAKHT NHGAHL SLKPSYDL GALAPVL
SGLDVYGKVGAAL VRSDYKVNDGYSYGFNKSDFADHSL KTSLLLGAGLEYALPSLP
ELAFRLEYQALNKVGKL ENANGTRFDYTPEI HSVTAGYSYRFGQGVAA

>0VP52_HAEI N#29#219

YAGVKAGQASFHDGL RALAREKNVGYHRNSFTYGVFGGYQ LNOQNNL GLAVEL GYDDFCGRAKGREKGKTVAKHTNHGAHL SLKGSYEVL DGLDV
YGKAGVALVRSDYKFYEDANGT RDHKKGRHTARASGL FAVGAEYAVL PELAVRLEY

QALTRVGKYRPQDKPNTAI NYNPW GSI NAG SYRFGQGAA
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>0OVP51_HAEI N#29#219

YAGVKAGQASFHDG. RALAREYKVGYHRNSFTYGVFGGYQ LNQNNL GLAVEL GYDDFGRAKGREKGKTVVKHTNHGTHLSLKGSYEVLEG.DV
YGKAGVALVRSDYKL YNENSSTL KKL GEHHRARASGL FAVGAEYAVL PELAVRLEY

QAL TRVGKYRPQDKPNTALNYNPW GSI NAG SYRFGQGAA

>0OVP53_HAEI N#29#225

YAGVKAGQGSFHDG NNNGAI KKGLSSSNYGYRRNTFTYGVFGGYQ LNQDNFGLAAEL GYDDFGRAKL REAGKPKAKHTNHGAYL SLKGSYEV
L DAL DVYGKAGVAL VRSDYKFYEDANGT RDHKKGRHTARASGL FAVGAEYAVL PEL

AVRLEYQALTRVGKYRPQDKPNTAI NYNPW GCI NAG SYRFGQGEA

>Q65T83_MANSM{29#213

YAGARAGMSFHDGVDAFHNSDGL SAKKNSVTYGVFGGYQ LNONNFGLAVEL GYDDYGRI RLI ETDAKRGKFTNHGVNL S| KPSYEVLDGLDV
YARVGAAL| RTDYKDYSI DAAGHSLKVSPTFAAGLEYALPI LPELAVMRLEYQW EN

VGRDQKWSEGYNDADFTPDI GAVTFGLSYRFGQGAA

>QBXAX4_MANGL#27#228

YAGAKAGNSFHDG. TQFDHKDGGEFG NRNSVTYGVFGGYQ LNONNFGLATEL GYDYFGRVRGNKTFEGENSDKRAAKHSAHGAHL SLKPSY
EVVPNLDVYGKVGVAL VRNDYYVQONVAKDSRI KAHNLKPSLLLGAGLEYAI TPEL

AARVEYQYLNRVGNL DKAARKTANI EGTNFQYSPDI HSVSAGLSYRFGQGAA

>QBXAY4A_PASHA#27#239
YAGAKAGWASFHDGL TQFDNTYDYGSG NFG NFG NRNSVTYGVFGGYQ LNQNNFGLATEL GYDYFGRVRGNTTFSGDDKEKTAAKHSAHGA
HL SLKPSYEVVPNL DVYGKVGVAL VRNDYYVQQHVDKDSRI KVHNLKPSL LLGAGL

EYAI TPELAARVEYQYLNRVGNL DKAVRTTVGYL| PRGTNFQYSPDI HSVSAGL SYRFGQGAA

>QB6PSJ7_PASTR#28#225

YVGAKAGAATFHNDVNQFNSKYAL DERYAGGPTAYG NRNSVTYGVFGGYQ | DNLAVEL GYDYFGRVRGNVQVDEQDSKAVKHTAHGTHL SLK
PSYEVVSGLDVYGKVGAAL VRNDYKNYVDQEKSHNLKTSLLLGAGLEYAI TPALAA

RLEYQAL SNVGNFNKAESKENRLRNVTYRPDI HSVSAGLVYRFGQGAA

>QB6PSK5_PASTR#28#224

YVGAKAGMATFHHGVYNQFNSKYANDERYSDGPTAYG NRNSVTYGVFGGYQ | DNLAVEL GYDYFCRVRGNVGDRRAFKDTKHGAHI SLKPSYE
VVSGLDL YGKVGAAL VRNDYKDYYANGTKDKSHNLKTSLI LGAGVEYAI TPALAAR

LEYQAL SRAGNYGKAEAKAGNVTDL RYSPDAHSVSAGL TYRFGQGAA

>(BEF13_ACTSCH29#219

YAGARVGASAMHHGVDRI ADQFVTDGGELNRNSVTYGVFGGYQ LNONNFGLAAEL GYDFFGKTKADAAGYHAAHGASL AL KPSYE! YPDLDVYG
KVGVAL VRNMYKAETL SASGDAEKFNKTKASL I LGAGVEYAI LPELAARLEYQWLS

KAGNL DSAL EDAGYNGTNARYSPDI HSVTAGL SYRFGQGAA

>QB6PSK4_PASTR#28#221

YVGAKAGMSFHDG SQ DHKNGGKYG NKNSVTYGAFVGYQ | DNLAAEVGYEYFGRVRGLEQTKAGGSKKTFRHSAHGT TI ALKGNYEVI SG
LDTYAKAG ALVNNSYKTVNVDTKVPTKTSRFQSSLI LGAGVEYAI TPSLGARI EY

QALNNAGKASYATL RRMGVEGSDYRPDI SSVSAGLTYRFGQGAA

>BDYH6_VI BF1#21#185

YLGGEQVGVSHFLGACSSNAI ECKNYVTGGEL YGGYQFNSWFAL EGSWHDYGSPKTFYGVGDGYYSNATGVDL SVKL SLPVTDNL DL YAKGGAAY
NYLSVSGNDNVHLGWFESDSSI DDl EEI GAEYALAPNWELRFGTSI | DG GNAKTG

KSDLYFTSLGLTYKF

>(BE832_SHEON#33#191

YAGAGL GQGHYSNGSNPQSYDSVRDRFAGSVYL GYQVNPYLAPEL SYQFL GSAYANYEQGQ SGDFQQVVLAARFGYPLTTSLYPYVKVGGAGW
FCDSEGLRSGSERGFSPI VAAGVEYAFTPRLSGRLEHQYTDSLGADSI GYTDHHLT

TLALSVWRFG

>P96773_HAEDU#126#257
KGDLNRQFKHTAHGANL SLKPSYEI LPNLDVYGKVGMGEL VRNDYKFI L DL QSKDQHVKDETKLHTLKPSLLLGTGVEYAI TPELALRTEYQYLN
KAGNLYKAAKYKNI STSLAYAPDI HSVSVGLSYRFGQG

>(@B7RL4_VI BPA#23#171
YVGEKMEKSW. EDACVAGQSCDKDGSTL GAFVGYEFNDYI AL EAGFDNVGDFDQTSFGGHVEAI TLAPKFSLPI TQDI AL YGKVGGAYVM-DGK
DDYSYLGAAGVEFNL SONVTARAEYQT! TDI SNNVSKAAGNSATL GVSFKFGGND

>(0B81154_VI BCH#24#173
YVGEKVEKSW. DDACL AGQSCEDDDQVVGAFL GYQANKWL SL EAGYDYL GKFTAAGLNDEKVQAVTLAPKLSI PLTEG ALYGKVGGAYVDYGS
KDDYSYLGAAGLEFNTNHNVTVRLEYONLTDI NNDI VRARAETATLA AYKFGGSE

>Q7MDCI_VI BVY#304182
YFGGKI GYVNL DDACYVSSPCDDDSAGFGLYYGYNFSKHI SAELGH DLLGEHETNFSNGYFSEAKL AAYTLAPKFSL PLNEKL DAFAKI GAAYM
| YGDDKDLVPTGSLGLEYAL TESFKARAEYQRYQDVSDD! VKDVDANFFG G TYL

FGG

>(@B7GX9_VI BPA#27#181

YI GGKVGMI TL DDACYLNSPCDDEAFGAGLHI GYDFTDFI GLEYGVDFL GDYKANFKSGASTVDTI DGNL TAL TLAPKFNVWHLNDSWNL FAKI G
GAYMVBEDEKDFVATGSLGAEYSI DRNVWSVRAEY QRYQDVSDDVWDDIVDANFFG G

VNYKF
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>@B7JIK1_VI BPA#26#179

Y1 GGKVGYNSLNDACYLNEPCDDDSFAAGVHI GYNFNEYVAAEYGVDYL GDF TANFKKPGLNTVDGDL WAL TLAPKFNL PL TDSWNL FAKVGAA
YMVAGDEKDFVPTGSLGAEYKI NYNWSL RAEYQRYQDMSDDI VDDVDSDFFGE GFN

YKFG

>QU4GL1_CHRSL#624#200
DVDDDDNTFKGFVGYNFNRYFATEAFYSDL GRVKL KGNGTANT DL ESEAYGVSLVGKL Pl TQWFEL FAKAGVAKWETDI DGNL GGASTDLEDND
GVDPVYGAGAQENFKPFLVRAEYERYDFDSDYQ DSFTASVGAQF

>(BFAO01_NEI G1#20#175

EGASGFYVQADAAHAKASSSL GSAKGFSPRI SAGYRI NDLRFAVDYTRYKNYKQAPSTDFKLYSI GASVI YDFDTQSPVKPYFGARL SLNRASA
HL GGSDSFSKTSAGL GVLAGVSYAVTPNVDL DAGYRYNYVGKVNNVKNVRSCGEL SA

GVRVKF

>(BEl 33_ACTSC#24#191

YVEGDAGYSKLRTSGGELSSKI SDGSFSPSVAVGYKVNDWRFAL DYTYYGKGDEGFGDL GGSGENEVKAYGFGLAAYYDFDLGTSLTPYLGARI S
ANHI KVNSDFNNASDYFHFSNSNTEFGYGAI AGYSYNFAPQADL NVAAEYNRL GEV

RDVKVNQYGAKVGVRYTF

>BQBC3_9GAMK28#162
AKGGYQWASDDSYKHSNPKGAI FGVSSGL QF SPAWBWDVGYQYHDDL KADATSVNVKAGLI ESALRYDWYL QDNL SVYGRL GVAYWDVEKTHLS
SDKLDATGLSPLGEVGVNYNFTPNVRLSAGYQY! DSI GESN

>BQLI4_9GAMK3B#150
ASGDGEGSSDGVGFGAYGGYNFNEWFGL EANL FASGDL GEDGVDVGAGAL TFTPKFTYHENDTFSAFAKVGVASMAVVVDYGPFDADY TGWGL T
WGVGVNAAL TEKLNLRLSY

>BGVAG_9GAM3GEH#179
YVGAKVGOFDL DVDGADDPTAYGVYAGYNFDPNFGVEAEFVGSDDADYRGGD! DAKTYGAYGTYRYAFPNTGL YAKGKL GVARTE| EATGTSPA
GFYNGSNKDTSLAGGVGL GYSVNPNFSVEAEYDKL GSDADL MTVGAQL KF

>(B7RC6_SALCH#19#171

GTAVAATSTVTGGYAQSDAQGVANKMSGFNL KYRYEQDDNPLGVI GSFTYTEKDRTNGAGDYNKGQYYA TAGPAYRLNDWASI YGVWGVGYCGK
FQTTDYPTYKHDTSDYGFSYGAGL QFNPMENVAL DFSYEQSRI RSVDVGTW AGVG
YRF

>OVPX_ENTCL#19#172

GTAVAATSTVTGGYAQSDMIGVMNKTNGFNLKYRYEQDNNPLGVI GSFTYTEKDRTENGSYNKGQYYG TAGPAYRLNDWASI YGVWGVGYCGKF
QQTENQGE.NRTASNSDYGFSYGAGMOFNPI ENVALDFSYEQSRI RNVDVGTW AGVY

GYRF

>(B3ZR1_ENTAE#25#171
ATSTVTGGYAQSDMIGKANKAGGFNL KYRYEQDNNPLGVI GSFTYTEKDNTSNGTYNKGQYYG TAGPAYRLNDWASI YGVI GVGYGKFQNNNF
PNHKSDVEDYGFSYGAGMOFNPI ENVALDFSYEQSRI RNVDVGTW AGVGYRF

>QB69E5_YERPSH#18#174

TAGSAFAGRSTVSGGYAQSDYQGVANKSSGFNLKYRYEWEDSQL GYI TSFTHTEKSGFGDEAVYNKAQYNAI TGGPAYRI NDWASI YGLVGVGH
GRFTQNESAFVGDKHSTSDYGFTYGAGL QFNPAENVAL DVSYEQSRI RNVDVGTW/
AGVGYTF

>(B4470_SERMM#27#172

STVSAGYAQGDFQGVANKADGFNL KYRYEFDNNPL GVI GSFTHL EKDGSQDGFYNKAQYNSI SAGPAYRI NDWASI YGLVG.GYGKFTTNAQNG
TSRHDTADYGFTYGAGLQFNPI ENVALDVGYEQNRI RSVDVGTWNVGVGYRF

>(5J664_SERMM#27#172

STVSAGYAQGDL QGVANKADGFNL KYRYEFDNNPL GVI GSFTHL EKNRSENGFYKKSQYDSI TAGPAYRFNDWASI YGVI GVGYGKNI DNAQAG
GNKGGNSDYGFTYGAGLQFNPI ENVAL DVGYEQSRI RSVDVGSWNVGVGYRF
>Q6D31 0_ERWCT#17#171

GAGSAFAGRSTVTAGYAQGDAQGVNKVKGFNLKYRYECQDNNPLGVI SSFTYL EKNGSDDGFYSKGQYMGFTAGPAYRLNDWASL YGWGFSHG
KVTSNNTNGQDNASNDDYGFTYGAGVQFNPI QDVALDVGYEQSRI RSVDVGAVAVG
VGYRF

>QTNAT4_PHOLL#264#175
STI SGGYAQSHVKFNGEKI DGNPKGKGFNLKYRYELDNNFGVI SSLTYTHKGFDKFDVNYYSLMAGPAYRFNDYVSAYGM GAARGEFEVPVLN
GSYTEGKSSVSYGLGLQFNPVPNWI| DTSYEYAKFNDARL GDLKVGTVWV/GVGYRF

>Al L_YEREN#32#178
GYAQSHVKENGYTL DNDPKGFNLKYRYEL DDNWGVI GSFAYTHQGYDFFYGSNKFGHGDVDYYSVTMGPSFRI NEYVSL YGLL GAAHGKVKASY
FDES| SASKTSMAYGAGVQFNPLPNFVI DASYEYSKLDS! KVGTWWL GAGYRF

>Q7TNA73_PHOLL#27#181

Tl SGGYAQSHVKVDGEKL DENPKGFNLKYRYEL DNNFGVI GSFTLTHQGYDYYYGSSKI GTGDLDYYSLMAGPTYRFNEYVSVYGE. VGAAHRKY
KGEFSAYGYDFEYKESKTSAAYGL GLQFNPIVPNW/I DASYEYSKL GDFKVGTW/I G
AGYRF

>QB66AL7_YERPS#27#179
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ASNTVSFGYAQSTLKI DGEKI GKDNKGFNLKYRHELDSVLG VASFTHTKQNYGVPGDSDGKRKVEYYSL MWGPSWRFNEFVSAYAL T GATQGK
STHTKPRWVSNTVSKTSMGYGAGL QFNPVKHVAI DTAYEYAKI EDVKI GTW VGVG
YRF

>(BZ920_SALTI #29#174
SFGYAQTHL SSLKNSDSKDL RGFNFKYRYEFNETWGM. GSFTATRNEMENY TVWKEGKL HKNGSDSVDYGSL MFGPTYRFNDYVSLYGNAG ATM
KFNKHSKEESFAYGAGVI FNPVKSI SI DASWEASRFFAVDTNTFGVSVGYR

>QBDB56_ERWCT#23#182
ATQTVSLGYAQAKVEDFKDLKGVTAKYHYQGDSALG | GSFTYLGGEKKDYNQSS! GFSSHESDDVKYYSLM/GPSYQ NDWSI YGLAGL GHAK
VKNSYNYTL PNQSGSESYSESKTKFAYGAG Qf TPVANWAI DI GYEGTKI YEARVD

GFNI GVGYRF

>Q04817_SALTY#29#185

VSVGYAQSRI EHFKDI RGVNLKYRYEAQTPLGL MASFSWOSGKRGESGGE PGAVBWRDDVKAT YWSL MAGPAVRVNEL VSL YAL AGAGT GRAEV
KERI SMPGYNGRFTGSERRTGFAWGAGVQFNPVENVVI DL GYEGSKVGAAKLNGVN

VGVGYRF

>PAGC_SALTY#31#185

GYAQSKVQDFKNI RGVNVKYRYEDDSPVSFI SSLSYL YGDRQASGSVEPEG HYHDKFEVKYGSL MVGPAYRL SDNFSL YALAGVGT VKATFKE
HSTQDGDSFSNKI SSRKTGFAWGAGVQWNPLENI VWVDVGYEGSNI SSTKI NGFNVG

VGYRF

>(BXBY9_ECO67#13#177

SAGYAQSKVQDFKNI KGVNL QYRYEVWDSPVSVVGSFSYMKGDWADSHRDEADDF YRHQADI KYYSFLAGPAYRLNDY! SFYGLVG SHTKAKGD
YEWRNSVGADESDGYL SESVSKKSTDFAYAAGVI | NPWGNVEVNVGYEGTKADI YG

KHSVNGFTVGVGYRF

>QOXD46_VI TS1#32#191

TVSI GYSHGKI SGADKLNGVTAKYNYQFDQOPWEVMINL TYMGGKORNNI TSSNQL YENDVDVDYYSAGVGPSYRI NPNVNVYGVYWGVAKADTK
GTQKONRTGRI YNI DNI DTNVMYGAGVQYNPAPNWSVDVGYESSRVNDGYDKRSMN

AFNVGVGYRF

>QBFEX5_ECOL6#32#199
SAGYLQTHTDMPGSDDLKG NVKYRYEFTDTLGLVTSFSYANAKDEQKTHYSDTRWHEDSVRNRWF SMVAGPSVRVNEWF SAYAVAGVAYSRVS
TFSGDYL RVTDNKGKTHDVL TGSDDGRHSNTSLAWGAGVQFNPTESVAI DLAYEGS

GSGDWRTDGFI VGVGYKF

>QBHIT1_9CAUDH#19#199
GAPAWASEHQSTL SAEYL HASTNVSGSDDLNG NVKYRYEFTDTL GWTSFSYAGDKNRQL THYSDTRWHEDSVRNRWESVVAGPSVRVNEVFES
AYAMAGVAYSRVSTFSGDYL RVTDNKGKTHDVL TGSDDGRHSNT SLAWGAGVQENP

TESVAI DI AYEGSGSGDWRTDGFI VGVGYKF

>Qr7DBL7_ECOb7#29#199

STLSAGYLHASTNVPGSDDLNG NVKYRYEFMDALGLI TSFSYANAEDEQKTRYSDTRWHEDSVRNRWF SVMAGPSVRVNEWFSAYAVAGVAYS
RVSTFSGDYL RVTDNKGKTHDVL TGSDDGRHSNT SLAWGAGVQFNPXESVAI DI AY

EGSGSGDMRTDGFI VGVGYKF

>(BX428_ECO67#7#108

SVNVAGPSVRVNEWFSAYAMAGVAYSRVSTFXGDYL RVTDNKGKTHDVL TGSDDGRHSNT SLAWGAGVOQFNPXESVAI DI AYEGSGSCDWRTDGF
| VGVGYKF

>(0B3796_SALTY#23#153

AGYKNTVSI GYAYTDLSGAL SGNANGANI KYNWEDL DSGFGAMGSVTYTSADVNNYGYKVGDADYTSLLVGPSYRFNDYLNAYVM GAANGH! K
DNWGNSDNKTAFAYGAG QLNPVENI AVNASYEHTSF

>Q7N51 2_PHOLL#43#182
LNGATLSYRYEL DDQWGLL SSFTFAKGDEKETKYYTGEDLKYYSVM GPTYRI NDYI SLYGQLGLSRI NDKSTAHYSGGYI EKESTSKNTLGAG
AGFI | NPTTNTSI TAGYEGSRFSI KDGNEKDHLSTNGFNI TVGYRF

>Al L_YERPS#91#182
DGDOFKYYSVTAGPVFRI NEYVSL YGL L GAGHGKAKVSSI FGQSESRSKTSLAYGAGL QFNPHPNFVI DASYEYSKL DDVKVGTWWL GAGYRF

>Q66BP0_YERPS#98#183
YYSLMWGPSVHFNEFFSMYALLG GHGKAKASVL GYGKKEEQDSLAYGVGMOFNPLNNI Al DASYEYAKLKNANI GTWLA GYRF

>(B7K85_SALCH#72#178
GSQRYSDESSNGRVTTRYYSLLAGPSVKI NNQL SL YSQVGPVLLHQRDHG NESDSKVGYGYSAGVAYTPVSNVAI TL GYEGADFDATHNSGSL
NSNGFNLGVGYRF

>BZQGL_SALTY#92#172
GPSYRFNEYLNAYVMAGL GHGHI DDKRDNSGKKTGFAYGAGVQ NPVENI Al NASYEYSRFSAYDSKVNAGTW/L GVGYSF

Page | 235



8.2 Sequencealignments used for homology model generation
Sequence alignmentsin the .pir format used by modeller 9.11

OmpA

>P1; 1BXW

structureX: 1BXW1 : A 171 : A OWA E COLI : :

- APKDNTWWY TGAKL GASQYHDTGLI NNNGPTHENKL GAGAFGGYQVNPYVG- - FEMGYDW.GRMPYKGSVENGAY
KAQGVQLTAKLGY- P-1 - T- D- D- LDl YTRLGGWWRAD- TYSNVYGKNHDTGVSPV- FAGGVEYA- | - T- P- El
ATRLEYQANTNN- | G DAH- TI GT- RP- DNG- - M_SLGVSYRFG*

>P1; 0422
0422:1: : :182 : :OWA B AFZELII ::
- - QGSKSKTMWEDDFDFEKLLEK- - - EESVR- - - - - RLFG GFG GY- PLTNI | | SVPYVDI DLGYGGFVGELKPNN

FMPYVVNMGE DLLFKDEI HKNTM SGGE G GADWSKGSPEKSNENL EGDVNEDQQTSLENRI GVWI RLPLVI EYSF
LKNI VI GFKAVATI GTTMLFGNPMSFEGARFNFLGTGFI K1 YT *

OmpwW

2F1T (OmW fromE. coli

- EAGEFFVRAGSATVRPTEGGGFSVTNNTQLGLTFTYMATDNI GVELLAATPFRHKI GTRATGDI ATVHHLPPT
LMAQWYFGD- AS- SK- FRPYVGAG NYTTFFDNGFNDHGKEAGL SDL SLKDSWEAAGQVGVYDY- LI NR- DAWLVNM
SVWYMDI D- TTANYKL GGAQQHDSVRL DPW/FMFSAGYRFH*

>P1; 0422

0422:1: : :182 : :OWA B AFZELI I ::

(SKSKTMVEDDFDFEKLLEK- EESVRRLFA GG GY- - P- LTNI | | SVPYVDI DLGYGGFVALKPNNFMPYWW
MG DLLFKDEI HKNTM SGE G GADWSKGSPEKSNENLEGD- VNEDQQ TSLENRI GVWI RLPLVI EYSFLKNI
VI GFKAVATI GTTMLFGNPMSFEGARFNFLGTGFI KI YI - - *

OmpX

>P1; 1QU8

structureX: 1QJ8:1 : A 148 : A OWX E COLI : :

————— ATSTVTGGYAQSDAQCY MNKMGGFNLKYRYEEDNSPLGVI GSFTYTEKSRTASSGDY- - NKNQYYG TA
GPAY- R- | - N- D- WA- S| YGWGV- GYGK- FQTTEYPTYKNDT- SDYGFS- - - YGAGL QFNPMVENVAL DFSY
----EEQ S R I-R S V-D - VGTW AGVGYRF- *

>P1; 0422

0422:1: : :182 : :OWA B AFZELII ::

QSKSKTMVEDDFDFEKLLEKEESVRRLFG GFG GY- PLTN- | | | SVPYVDI DLGYGGFVGELKPNNFMPYWVWME
DLLF- - KDEI HKNTM SGE G GADWSKGSPEKSNENL EGDVNEDQQTSLENRI GVWI RLPLVI EYSFLKNI VI G
FKAVATI GTTMLFGNPVMSFEGARFNFLGTGFI KI Y1 *
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8.3 Conditionsfor membrane proten crystallisation screen

Screen used: Memb-PASS screen from JENA Bioscience.

Number
Al
A2
A3
Ad
AS
Aéb
A7
AS
A9
Al10
All
Al2
B1
B2
B3l
B4
B5
Bé
B7
B2
B9
B 10
B11
B12
Number
C1
c2
c3
c4
c5
Cé
c7
cs
ce
c10
11
ci12
D1
D2
D3
D4
D5
Dé
DT
D8
(- B )
D10
D11
D12

Pracipitant

48 % v/v PEG 400

32 % w/v PEG 400

46 % v/vPEG 400

42 % v/v PEG 400

45 % v/v PEG 400

28 9% v/v PEG 400

36 % v/v PEG 400

36 9% w/v PEG 400

47 % v/v PEG 400

41 % v/v PEG 400

31 % v/v PEG 400

32 % v/v PEG 400

30 % v/v PEG 550 MME
37 % vfv PEG 550 MME
25 % v/v PEG 550 MME
33 % v/v PEG 550 MME
38 % v/v PEG 550 MME
39 % v/v PEG 550 MME
34 % v/v PEG 550 MME
23 % v/v PEG 550 MME
29 % v/v PEG 550 MME
23 % v/v PEG 550 MME
22 % v/v PEG 550 MME
30 % vi/v PEG 550 MME
Precipitant

32 % v/v PEG 550 MME
38 % v/v PEG 550 MME
33 % viv PEG 550 MME
25 % w/v PEG 1000

35 % w/v PEG 1000

27 % w/v PEG 1000

34 % w/~ PEG 1000

20 % w/v PEG 1000

28 % w/~ PEG 1000

22 % w/v PEG 1000

33 % w/v PEG 1000

35 % w/v PEG 1000
28 % w/v PEG 1000

19 % w/v PEG 1000

33 % w/~ PEG 1000

29 % w/v PEG 1000

32 % w/v PEG 1000

35 % w/v PEG 1000

36 % w/~ PEG 1000
Nana

34 % w/'v PEG 2000 MME
28 % w/v PEG 2000 MME
26 % w/'v PEG 2000 MME
23 % w/v PEG 2000 MME

Buffer

100 mM Sodium Citrata
100 mM Sodium Acatate
100 mM Sodium Acatate
100 mM ADA

100 mM HEPES

100 mM Tris HCI

100 mM CA?SD

Mone

None

Mone

None

Mone

100 mM Sodium Cikrate
100 mM Sadium Acatate
100 mM Sodium Acatate
100 mM ADA

100 mM ADA

100 mM HEPES

100 mM Tris HCI

100 mM CAISD

None

Mone

None

Mone

Buffer

Mone

MNone

Mone

100 mM Sodium Cifrate
100 mM Sodium Citrats
100 mM Sodium Acatate
100 mM ADA

100 mM HEPES

100 mM HEPES

100 mM Tris HZI

100 mM Tris HCI

100 mM CAPSD

100 mM CAPSD

MNone

Mone

MNone

Mone

MNone

MNone

MNeone

100 mM Sodiun Cilrabs
100 mM Sodiun Cifrate
100 mM Sodiun Cilrats
100 mM Sodium Acatate

pH
4.5
5.5
5.5
55
7.5
B5
]

4.5
55
535
55
5.5
7.5
B.5
2.5

4.5
4.5
5.5
5.5
7.5
75
B.S

2.5
7.5

4.5
4.5
5.5

Additive 1
210 mM Sodium Acetate
120 mM Pelassium Chlorides
230 mM Sodivm Malonate
200 mM Magnesium Acetate
180 mM Sodium Acetate
200 mM Lithium MNitrate
170 mM Magnesium Chloride
120 mM Magnesium Sulfate
170 mM Ammonium Sulfate
220 mM Sedivm Malenate
40 mMm Sodium Sulfate
240 mM Sodivm Sulfate
MNona
Mona
200 mM Caleium Chloride
170 mM Magnesium Sulfate
140 mM Sodivm Bromide
100 mM Caleivm Chleride
220 mM Ammonium Mitrate
&0 mM Lithium Chleride
290 mM di orassium hydregen Phosphate
280 mM Sodivm Bromide
MNona
200 mM Caleivm Chloride
Additive 1
220 mMm Sodivm Malonate
160 mM Mognesium Acetate
250 mM Sodivm Acetale
190 mM Polassium Chloride
190 mM Ammonium Mitrate
140 mM Ammonium Mitrate
MNona
200 mM Ammonium Mitrate
100 m Sodivm Malcnate
Nong
Mons
180 mM Polassium Chloride
290 mm Lithium Chloride
240 mM Lithium Nitrate
270 mM Ammonium Sulfate
210 mM Sodivm Bromide
Nona
180 mM Polassium Chloride
20 mM Zirc Acstcte
2 M Ammonium Sulfate
Mons
MNona
20 mM Zirc Aceicle
100 mM Sodium Acetate

Additive 2

1.12 % v/v Glycerol
Mone

MNane

MHone

450 mM. TMAO
MHeone

MNone

3.67 % v/v Glycerol
MNone

Meane

Nene

Meone

3.22 % v/ Glycerol
Mone

MNone

Mone

MNane

Mone

MNane

Mone

None

Mone

MNane

Meone

Additive 2

Mone

MNone

Mone

Nene

Mone

None

Mone

MNene

Mone

MNene

Mone

MNone

Mone

MNane

Mone

3.90 % v/v Glycerol
2.35 % v/v Glycercl
4.16 % v/v Ghycerol
Mone

MNone

540 mM TMAC
MNone

Mone

MNaone
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Number
El
E2
E3
E4
E5
Eé
EF
ES
EQ
E10
E1
E12
F1
F2
F3
Fé4
F5
Fé
F7
F&
F¢e
F10
F11
F12
Number
G1
G2
G3
Ga
G5
G6&
G7
GB
[=X-]
G 10
G11
G112
H1
H2
H3
Ha
H5
H&
H7
HE
H?
H 10
H11
H12

Precipitant

29 % w/v PEG 2000 MMZ
2E % w/v PEG 2000 MM=
26 % wfv PEG 2000 MMz
1€ % wi/v PEG 2000 MMZ
29 % wy'v PEG 2000 MMZ
17 % wiv PEG 2000 MMZ
34 % w/v PEG 2000 MM=
2% % wfv PEG 2000 MMz
17 % wi/v PEG 2000 MMZ
1€ % w/v PEG 200C MMZ
232 % w/v PEG 2000 MMZ
21 % wv PEG 2000 MME
29 % wy'v FEG 2000 MMZ
26 % w/v PEG 2000 MMZ
27 % wv PEG 200C MMZ
30 % w/v PEG 2000 MMZ
27 % w/v PEG 2000 MM=
33 % w/v PEG 2000 MME
16 % w/v PEG 400C

14 % w/v PEG 400C

16 % w'v PEG 400C

20 % wv PEG 4000

16 % w/'v PEG 4000

20 % w/v PEG 400C
Precipitant

13 % w/v PEG 4000

19 % w/'v PEG 4000

16 % w/'v PEG 4000

17 % w/v PEG 4000

13 % w/v PEG 4000

13 % w/v PEG 4000

12 % w/'v PEG 4000

21 % w/v PEG 4000

18 % w/v PEG 4000

14 % w/v PEG 4000

20 % w/v PFG: 4000

23 % w/'v PEG 4000

13 % w/v PEG 4000

20 % w/v PEG 4000

18 % w/v PEG S000MME
17 % w/v PEG 5000MME
18 % w/v PEG S000MME
20 % w/v PEG 5CO0MME
12 % w/v PEG S000MME
20 % w/v PEG S000MME
15 % w/v PEG 5000MME
13 % w/'v PEG S000MME
14 % w/'v PEG S5000MME
14 % w/v PEG 5000MME

Buffer

100 mM Sodium Acetare
100 mM Sodium Acetae
100 mM ADA

100 mM ADA

100 mi HEPES

100 mM Tris HCI

100 mi ADA,

100 mM CAPS0O

100 mM CAPSO

Mone

MNane

Mlone

Mone

Mone

MNone

MNone

Mlone

Mone

100 mM Sodium Citrate
100 mM Sodium Citate
100 mM Sodium Acetare
100 mM Sodium Acetars
100 mM Sodium Acetoe
100 mM Sodium Acetae
Buffer

100 mi ADA

100 mi ADA

100 mi ADA

100 mM HEPES

100 mM HEPES

100 mM Tris HCI

100 mi Tris HCI

100 mM Tris HCI

100 m Trie HCI

100 mi CAPSO

100 mi CAPSD

None

MNona

MNona

100 mM Sodium Cirate
100 mM Sodium Acefale
100 mM Sodium Acetate
100 mM ADA
100 mM HEFES

100 mi Tris HCI

100 mM CAPSD

Nons

MNona

Mons

55
i
6.5
6.5
L3
8.5
6.5
9.3
95

£5
4.5
55
i
5.5
5.5

6.5
6.5
6.5
i
7
85
8.5
8.5
8.5
it
95

4.5
55
5.5
6.5
Fi5
8.5
25

Addifive 1
150 M Sedivm N irate
Mane

130 M Sedivm Sulfete
MNone
290 mM Littium Chloride
280 M Litrium Nirare

20 M Zine Acetate
Mone
120 M Litvium Sulfate
270 M Magaesivm Sullule
200 M Magaesium Chloride
210 wM Ammeonium Sulfate
170 mM Magnesium Choride
110 M Calcium Chloride
160 M Magaesium Chloride
230 M Sedivm Acetate
130 M Sedivm Acetate
240 M Magaesium Chloride
MNone
210 mM Magaesium Chloride
120 M Ammenium Nitrate
Mone
Mone
200 M Magaesium Chloride
Additive 1
290 mM Sodism Acetate

50 mM Lithivm Nilrale

20 mM Zinc Acetate
270 mM Ammonium Mitrate
1530 mM Ammonium Nitrate
110 mM Lithivm Sulfale
240 mM Lithivm Acetate
Nose
270 mM di Petassium hydregen Zhopehate
200 mM Sedism Sulfete
Meona
280 mM Sodism Bromids
210 mM Magnesium Chloride
230 mM Paotassivm Thiocyonate
220 mM Magnesium Suliate
250 mM Lithivm Nitrate
220 mM Sodism Sulfcte

70 mM Lithivm Sulfale
180 mM Ammenium Sullate
200 mM Sedium Sulfere
150 mM Lithivm Nitrale

50 mM Calcium Chloride

20 mM Zinc Acetate

klose

Additive 2
Mone
Mone
MNone
Mone
MNuone
MNone
Mone
MNone
MNone
MNone
MNone
Mone
MNone
Mone
MNone
MNone
Mone
MNone
MNone
MNone
MNone
Mane
B70 mM TMAC
MNone
Additive 2
Mone
MNone
Meone
MNene
420 mM IMALD
1.67 % v/v Glycercl
Hone
Mone
Mene
MNone
Maone
Hone
1.37 % v/'v Glycarel
1.11 % w/v Glycerel
Mone
4.57 % v/v Glycarel
470 mM TMAD
None
Mene
Mone
Mone
MNone
Mone

MNone
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