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Thesis Abstract
Gene therapy is the transfer of nucleic acids for therapeutic benefit, a process potentially
achieved through several delivery methods. One of the most common gene therapy
delivery modalities is adeno associated virus (AAV). The availability of a system to
produce large quantities of AAV, and of diverse AAV serotypes, that can infect different
cell types makes AAV very attractive for widespread clinical implementation. Viruses like
AAV that are manipulated to become highly useful delivery tools rely on complex
biological systems for production. It is imperative that these systems are well
characterised and designed to be highly safe and efficacious.
This PhD thesis investigated nucleic acid contamination of AAV preparations, looking at
the production system as a source, and the problems that this may pose for AAV infected
cells. Specific regions of DNA from AAV producer plasmids were incorporated into virions
more abundantly. These were found adjacent to the outside of the inverted terminal
repeats (ITRs) that flank the expression cassette, and on the plasmid containing the
replication and capsid genes, directly upstream of the P5 promoter which drives
expression of the replication proteins, REP78 and REP68. Contaminant sequences were
found to be transferred into transduced cells during AAV infection, persistent within cells
and transcriptionally active. Investigation of P5 upstream contaminants showed potential
for protein to be produced persistently from contaminant sequences both in vitro and in
vivo.
Finally, precise sequence regions causing DNA incorporation upstream of the P5
promoter were examined. This information was used to produce alternative production
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reagents that, in their first iteration, provided proof of principle of P5-related contaminant
removal from the final AAV product, and in additional iterations resulted in a modified P5
promoter (P5-HS). This promoter limited upstream contamination thereby resulting in
higher purity AAV, whilst retaining vector yields equivalent to the original AAV production
system.

Impact Statement:
The finding that DNA contaminants within AAV preps can be transcribed and translated
post infection highlights a previously undescribed safety issue with AAV gene therapy.
The plasmid-based transfection system used to produce AAV is standard in the field. In
the academic research setting this contamination could result in interference with
experimental results through unintended downstream effects and interactions caused by
any RNA or protein products resulting from the DNA contamination. In the clinical setting
the effect could be more severe, as AAV is being administered directly to patients in an
ever-growing number of clinical gene therapy trials. The findings in this thesis regarding
the profile and activity of DNA contaminants in AAV illustrate why those using the virus
should take measures to characterise the purity of their products in greater detail and
implement all available methods to reduce production plasmid-derived impurities from
AAV preparations.
The P5 spacer AAV production system (P5-HS) developed within this thesis to remove
contamination upstream of the P5 promoter can be used to produce AAV of any serotype
and protein of interest, thus providing a universal tool that can be used to improve the
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purity and safety of any AAV gene therapy product. P5-HS also produces equivalent titers
of AAV to standard production reagents. This retention of viral vector yield is important
because very high doses of AAV are required to treat patients, and commercial entities
will not wish to sacrifice production capabilities when making changes to their systems.
P5-HS can be easily implemented in place of the current producer plasmids without the
need to change any other aspect of the production system, keeping the cost of
implementation to a minimum. P5-HS provides a means to take a significant step towards
the FDA guidelines of reducing the amount of administered non-expression cassette DNA
in an AAV gene therapy product to under 10ng per dose, the standard that has been in
place for vaccines since 1997.1
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1. Introduction
1.1 Introduction to gene therapy:
Gene therapy is the therapeutic delivery or alteration of nucleic acids to correct a clinical
phenotype caused by a genetic disorder. The origins of gene therapy date back to the
late 1960s, when Renato Dulbecco’s research group identified that the transformation of
SV40 infected cells was due to the stable integration of the SV40 genome into the genome
of the infected cells.2 Four years later, the term “gene therapy” was coined by Theodore
Friedmann and Richard Roblin in an editorial, as a possible therapeutic option for the
1500 genetic diseases identified at that time,3 a number that sits around 10,000 in the
present day. In the years since, there has been considerable progress; however, it was
not until 1989 that the first gene transfer study was carried out in humans, in which the
neomycin resistance gene was transferred by Steve Rosenberg’s group into T cells that
were subsequently infused into a patient.4 A year later the first gene therapy patient was
treated for adenosine deaminase deficiency (ADA-SCID) with retroviral modification of
their T lymphocytes to express the adenosine deaminase gene. This proof of principle
study, along with other preclinical research, led to a great enthusiasm at the potential for
gene therapy approaches to usher in a new era of medicine.5,6
However, the field of gene therapy stalled with regards to clinical translation in 1997 after
the death of Jesse Gelsinger, a patient with an ornithine transcarbamylase deficiency who
suffered a cytokine storm after adenoviral gene therapy treatment. Furthermore, after an
initially successful ex vivo gene therapy trial for X-linked SCID using a γ-retroviral vector,
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leukemogenesis was observed in a patient with a proviral insertion at the LM0-2 locus,
leading to altered expression of the LM0-2 transcript.7,8 This same insertion was later
seen in other patients treated with this vector who developed leukemia, and additional
proviral insertions were detected near the proto-oncogenes BMI and CCND2.9,10 Despite
these considerable setbacks, gene therapy as a treatment modality has surged ahead in
recent years. After initial successful trials using to treat Leber’s congenital amaurosis and
haemophilia B,11–13 enthusiasm for genet approaches to treat genetic diseases has again
gathered momentum.5 Furthermore, after efforts to improve the safety profile of retroviral
vectors,14 curative clinical success has now been observed in gene therapy treatment for
X-linked SCID.15,16 There are now gene therapy products that have received market
authorization by regulatory bodies in the United States, Europe, South Korea, China and
Russia, with many more seeking market approval.17 Whilst the current proportion of
patients treated for genetic disorders with gene therapy approaches is exceedingly low,
there have been over 3,000 gene therapy clinical trials conducted to date.18 It is likely that
nucleic acid based therapies will continue to increase significantly over time, providing a
new and invaluable paradigm to the treatment of genetic disorders.

1.2 Gene therapy delivery and treatment methods:
The most fundamental aspect of a genetic treatment is how the intended DNA cargo will
be delivered. Delivery strategies will vary depending on the target cell or tissue, and the
type of genetic cargo being delivered. The most common delivery tool for gene therapy
is viruses. Viruses are considered useful delivery vehicles for gene therapy due to their
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innate ability to infect cells with high efficiency. Naturally occurring viruses have been coopted by researchers to serve as systems to deliver nucleic acid constructs for a wide
range of clinical applications (Table 1.1). The type of virus that will be used in each
treatment setting depends on the requirements of the treatment. In this section a few of
the most common gene therapy delivery strategies will be outlined.

1.3 Ex vivo gene therapy:
There are certain disorders in which the most appropriate method of delivery to the target
cell is performed outside of the patient, in culture, with the idea that the modified cells will
be transplanted back into the patient. This is known as ex vivo gene therapy. Some of the
earliest gene therapy experiments were performed in an ex vivo setting on
haematopoietic progenitor cells.19,20 Other early gene therapy studies even used ex vivo
gene

transfer

to

hepatocytes

for

the

potential

treatment

of

disorders

like

hypercholesteremia,21,22 and to the CNS for neurological diseases.23,24 Ex vivo gene
therapy has certain advantages over its in vivo counterpart. Firstly, any genetic
manipulation that is made is confined to the targeted cells. This can both increase the
precision and expand the possible genetic manipulation strategies that can be employed.
Furthermore, ex vivo gene therapy can often enable sampling of the treated cells to
ensure the safety and success of the gene transfer prior to treating the patient.

1.3.1 HSC gene therapy
For genetic disorders of the blood; ex vivo gene delivery requires the GOI to be
transferred to the haematopoietic stem cell (HSC) population of CD34+ progenitor cells.
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To achieve this, integration of the genetic material is required, which can be achieved by
infecting the cells with an integrating lentivirus containing the GOI cassette.25 Lentivirus
is an enveloped RNA virus with the desired properties for this application due to its high
propensity to infect immune cells, and efficient semi-random integration into the genome
in a pattern that whilst not without risk is deemed safe enough for therapeutic application
26,27

This genomic insertion allows the genetic alteration to become propagated as the

cells are expanded before infusion into the patient, and in daughter cells postengraftment. If a non-integrating virus is applied to these cells, expression of any
transgene will be lost over time,28 a less desirable outcome for most applications in this
context. Lentiviral gene therapy of HSCs has provided clinical therapeutic benefit to
diseases such as X-Linked SCID, Wiskott Aldrich syndrome, Sickle Cell anemia.16,29,30

1.3.2 Chimeric Antigen Receptor T cells.
A further way that gene therapy has been harnessed for cancer treatment is through the
development of Chimeric Antigen Receptor T cells (CAR T cells). The purpose of CAR T
cell therapy is to introduce an artificial T cell receptor into immune cells of either a cancer
patient or healthy donor, with specificity to a tumour antigen, so that when modified cells
are reinfused the cytotoxic T cells are able to recognise the tumour and mount an effective
elimination of the tumour. The artificial construct must be introduced into T cells in a
manner that will be retained upon T cell division, and this is most commonly achieved by
the infection of the pre infused T cells with an integrating lentivirus,31 although other
methods to ensure construct retention that avoid integration such as the incorporation of
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S/MAR elements into the construct and mRNA transfection of the chimeric receptor have
been developed in an effort to reduce the genomic changes made to the infused T
cells.32,33 The best known and most commonly implemented example of this is for the
CD19 antigen. CD19 is an antigen expressed specifically in B cells.34 Remarkable clinical
success has been observed through targeting this antigen in different B cell-derived
cancers.35–37 In addition to this success, CAR therapies have been developed and trialled
for a plethora of tumour specific antigens such as CD22, GD2, BCMA, HER2 and
others.38–42 Most CAR-T research has been directed at the treatment of blood related i.e.
liquid tumours; however, some groups are tackling the more difficult task of adapting this
approach for the treatment of solid tumours.43

1.3.3 Epidermal replacement gene therapy:
One of the most remarkable successes of an ex vivo gene therapy is the treatment of a
seven-year-old child with Junctional Epidermolysis Bullosa (JEB), a severe monogenic
skin disorder with limited treatment options and high mortality.44 Keratinocytes from this
patient were cultured and infected with a retroviral vector encoding the LAMB-3
component of the laminin-332 protein and expanded into epidermal sheets which were
transplanted. Almost the entire epidermis was regenerated in this manner resulting in skin
with normal functional characteristics.45 The success of this proof of principle treatment
provides considerable hope for the treatment of further patients with JEB, other forms of
Epidermolysis Bullosa, and other genetic skin disorders such as Xeroderma
Pigmentosum and Ichthyosis.

1.4 In vivo gene therapy:
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If genetic cargo being used in a gene therapy treatment is to be administered directly into
a patient, there are different considerations for an appropriate strategy. For instance,
whilst vectors that rely on integration to yield expression such as lentivirus are appropriate
for ex vivo gene therapy, they are less widely considered for in vivo patient strategies.
Non integrating DNA viruses are one modality more suited for this purpose. This is partly
due to the risk that a non-targeted integrating vector would pose to the downstream
development of cancer. Early trials of in vivo gene therapy focused heavily on adenovirus,
a large but immunogenic DNA virus and subsequently many other DNA based viruses
have been explored as a possibility for in vivo gene delivery.

1.4.1 Oncolytic viruses:
A key application of in vivo viral gene therapy is for the treatment of cancer. There are
many strategies that can use elements of gene therapy to approach this problem. A direct
mode for this is oncolytic viruses. The concept that viruses could be harnessed to
abrogate the growth of tumours was explored in animal models in the 1940s.46,47 These
early studies relied on the injection of wildtype virus into affected animals. Advances to
the understanding of viral anticancer properties were made throughout the remainder of
the 20th century. It wasn’t until 1991 however, that the first well cited example of genetic
modification being applied to a virus for gene therapy was seen in a treatment human
glioma samples with herpes simplex virus, type 1 (HSV-1), engineered to be negative for
the thymidine kinase protein to reduce neurovirulence.48 The principle behind oncolytic
viral therapies is that the engineered virus will replicate specifically in tumour cells, to an
extent that cells become lysed, releasing cell debris and viral antigens into the tumour
microenvironment, prompting an antitumour immune response from the host.
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The first oncolytic virus to make it to the clinic was an engineered herpes simplex virus,
type 1 (HSV-1) vector, designed to preferentially replicate in melanoma cells,49 and
currently there are several open clinical trials using oncolytic vectors, and a wide range
of viruses in the clinic for this purpose.50 Despite this, there is only one oncolytic virus that
has received market approval, Talimogene laherparepvec (T-VEC), a herpes simplex
virus engineered to encode the human GM-CSF gene, and injected into inoperable
melanoma,51 although this drug is under clinical investigation in other tumour types, with
promising results.52,53

1.4.2 Adenovirus:
The adenovirus family comprise over 85 characterised double stranded DNA viruses that
range from 26-45kb in length.54 Adenoviral based Gene transfer was one of the earliest
gene therapy tools to be used clinically and was implemented in several gene therapy
trials in the 1990s.55–57 There was a lot of excitement around the use of adenovirus as a
gene therapy delivery tool; however, these early clinical trials revealed that expression of
the provided transgene was transient, and that successful readministration was not
usually feasible.58 Another key problem with early generation adenovirus vectors as a
treatment method was the potential for an immune response against the vector. This was
seen acutely following vector administration to Jesse Gelisinger in an attempted treatment
of ornithine transcarbamylase deficiency, leading to multiple organ failure concomitant
with elevated IL-6 and IL-10 overproduction, resulting in death.59,60
Subsequent developments to the adenoviral recombinant system allowed for a larger
space to be freed up for packaging an expression cassette of interest and reducing the
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number of viral elements retained in the infused virus; however, retention of gene
expression post infection has still been difficult to achieve with adenoviral vectors, and
leaky expression of the adenoviral proteins can occur.61 ‘Gutless’ adenovirurses contain
none of the adenoviral genes in their packaged DNA, and only retain the inverted terminal
DNA sequences from the adenovirus in the transferred DNA. These vectors are less
immunogenic than the original adenoviral systems and may prove to be a useful gene
therapy tool in future, due to the large packaging capacity conferred.62 The uses of
adenovirus in the clinic to date include as a vaccination agent, as an oncolytic virus and
as a vector for delivery of transgene cassettes.63

1.4.3 Adeno-associated virus:
Adeno-associated virus (AAV) is a Dependovirus of the Parvoviridae family. It is a highly
compact single stranded DNA (ssDNA) virus of approximately 4.7kb in length and
approximately 25nm in size.64,65 AAV was discovered in 1965 as a coinfection alongside
adenovirus particles.65 AAV is one of the most common gene therapy agents primarily
because it has several properties conducive to safe, long term, gene expression. First, in
contrast to lentivirus and other retroviral family members, it exists primarily in an episomal
state.66 AAV can also infect both dividing and non-dividing cells, and furthermore, it has
not been definitively associated with any human disease. Whilst the earliest gene therapy
trials with AAV did not yield long term transgene expression,67 AAV has in recent years
been used in the clinic as a successful gene therapy agent for genetic disorders such as
haemophilia, spinal muscular atrophy and Leber’s congenital amaurosis,11,68,69 and there
are currently over 100 active clinical trials using AAV as a gene therapy delivery vehicle
for genetic diseases as varied as Alzheimer’s, metabolic disorders, and diseases of the
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retina (Appendix). Many more preclinical treatments are in development. Adenoassociated virus and its production methodology are discussed at length in the
subsequent sections ‘The AAV genome’ and ‘recombinant AAV production.

1.4.4 Other in vivo gene therapy delivery tools:
Other DNA viruses are being developed for gene therapy purposes. For instance,
Bocavirus is a single stranded DNA virus also from the Parvoviridae family, but with a
packaging capacity of around 6kb. This could potentially mean that it can be used in
certain gene delivery contexts where an expression cassette is too large to be
accommodated by an AAV vector, for instance in delivery of the CFTR gene for treatment
of cystic fibrosis.70 There are also a number on non-viral delivery methods, such as
Polymersomes, silica based delivery systems, and nanoparticles.71–73 Use of these
vehicles in clinical trials is lower than that of viral mediated-gene therapy, but some trials
have been conducted; in particular studies using cationic liposomes as gene delivery
vehicles.74,75

1.5 Gene therapy for haemophilia:
1.5.1 Haemophilia:
Haemophilia is an X linked monogenic bleeding disorder that occurs in approximately 1
in 5,000 males worldwide.76 The two primary forms of haemophilia are haemophilia A and
haemophilia B, caused by mutations in the clotting cascade factor eight (FVIII) and factor
nine (FIX) genes respectively.77 A deficiency in the factor XI protein is referred to as
haemophilia C, however this is not X-linked and deficiency produces a milder bleeding
diathesis.78 There are additional coagulopathies, rarer and caused by deficiencies in other
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proteins of the clotting cascade such as factor five (FV), factor seven (FVII) factor ten
(FX), and factor thirteen (FXIII).79 The severity of haemophilia within a given patient is
dependent upon the type of mutation within these genes, with severe haemophilia
characterised by circulating plasma levels of FVIII or FIX protein at <1% of normal.80
Patients with circulating clotting factor levels under this threshold have a very severe
bleeding diathesis and may exhibit regular spontaneous haemorrhage.77 Of all diagnosed
cases of haemophilia, severe cases constitute approximately 35% of haemophilia A
cases and 29% of haemophilia B cases, with a severe incidence across both forms of
around 7.1 per million people on a population basis.81

1.5.2 Treatment of Haemophilia:
The first references to haemophilia exist in texts from ancient Egypt and second century
Talmudic writings.82 If left entirely untreated, patients with severe haemophilia have a life
expectancy of approximately 10 years.83 The first known example of efficacious treatment
for haemophilia was in 1840 when an 11 year old child was treated for postoperative
bleeding via a blood transfusion.84 Whilst modest amounts of plasma product were
produced and administered to patients in the 1940s and 50s following a fractionation
protocol developed in 1946,85 considerable improvements in life expectancy were
achieved after the discovery of cryoprecipitate, a precipitated isolate of slowly thawed
blood plasma, in 1964.86 In the early 1980s blood derived products contaminated with
HIV and hepatitis C had devastating effects on recipients, with studies showing a large
proportion of the haemophilia population of both haemophilia A and B patients receiving
factor concentrate seropositive for HIV proteins.87,88 Fortunately, the identification and
recombinant cloning of the genes for normal clotting factors FVIII and FIX was completed
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at around this time.89–91 This allowed FVIII and FIX proteins to be produced in in vitro
settings instead of being isolated from blood products. As such recombinant FVIII and
FIX protein became rapidly implemented as the standard treatment option for haemophilia
A and haemophilia B patients, respectively. In the present day, screening of blood
products is much more stringent, and use of cryoprecipitate is only recommended by the
World Federation of haemophilia in the absence of clotting factor concentrates and if the
cryoprecipitate has undergone viral inactivation.92
Recombinant factor for haemophilia treatment can be administered either in response to
bleeding events (on demand), or prophylactically. Whereas on demand treatment
requires less recombinant factor, prophylactic administration is designed to retain a high
enough circulating factor level to initiate clotting upon injury. The current standard of care
for severe haemophilia in developed nations is the prophylactic administration of
recombinant factor.93 The benefits of prophylactic therapy versus as needed infusion are
seen in the later life of the patient, with a lower rate and later onset of joint
arthropathies.94,95 However, prophylaxis is an expensive undertaking, and haemophilia
treatment is estimated to cost around 200,000 euros per patient per year in Europe, and
$150,000 per year in the United States.96,97 This is despite many haemophilia patients in
these countries only receiving intravenous infusions of recombinant factor in response to
bleeding events instead of a prophylactic regimen.98,99 The clinical standard in many
developing nations is far from ideal, with only 30% of those diagnosed having access to
clotting factor replacement therapy.100 Furthermore, despite the effectiveness of
recombinant protein infusions, around 30% of severe haemophilia A and 3% of
haemophilia B patients develop inhibitors to the recombinant protein,101 which requires
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more complicated treatment strategies such as immune tolerance induction (ITI) and
results in higher levels of morbidity and mortality.102,103
A significant issue regarding the treatment of haemophilia is the relatively short half-lives
of the proteins involved, at approximately 12 hours in adults for FVIII and around 24 hours
for FIX.77 This means that to retain therapeutic levels of circulating protein, patients need
to receive recombinant protein infusions at regular intervals that can be upwards of three
times per week.104 There have been efforts made to improve the efficiency of prophylactic
therapy; fusion proteins have been generated to heighten the stability of the infused
coagulation factors, resulting in products with extended half-lives.105 One half-life
extension strategy has been to fuse the biologically stable albumin protein to FIX and
FVIIa.106 Other innovations in haemophilia treatment include the use of an engineered
antibody to mimic the activity of the FVIII protein,107 and the use of RNAi technology to
reduce blood antithrombin levels for treatment of both haemophilia A and B.108

1.5.3 AAV gene therapy for haemophilia:
Haemophilia was earmarked early as a target disease to treat with gene therapy. This is
in part because it is a single gene disorder, and because only a relatively modest amount
of protein activity (around 5%) would be required to convert the disease phenotype from
severe to mild, which would alleviate many of the disorder-associated symptoms.
Furthermore, because these proteins are secreted into the bloodstream, there would not
be the need to deliver the gene to every cell in the target tissue to confer correction, or
necessarily even target the cell type the protein is usually produced in. The first attempted
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gene therapy trial for haemophilia B was published in 2000 and utilised intramuscular
injection of AAV2 containing a FIX cassette.109 Expression of the delivered transgene in
this trial was detectable in one patient over 3 years post infection, however, circulating
levels of FIX never surpassed 1% and no clinical benefit was seen.110 A subsequent trial
reported in 2006 showed transient correction after hepatic artery injection of an AAV2 FIX
vector, with expression reaching 12% in one patient. However, in this case a rise in liver
transaminases was seen, concomitant with a total loss of expression, and none of the
patients on this trial sustained clinical benefit, or detectable circulating FIX protein.111
Despite this setback, the liver remained a target organ for AAV gene transfer in the
treatment of haemophilia, and after the discovery that the naturally occurring serotype
AAV8 had high tropism for the liver after intravenous injection in a large animal model, a
far safer route to the clinic was established.112

1.5.4 The St Jude/ University College London haemophilia B trial:
The first successful liver directed gene therapy trial with AAV, a collaboration between St
Jude Children’s Research Hospital and University College London, was published in the
New England Journal of Medicine in 2011.68 At the highest dose in this cohort, a rise in
liver transaminases at approximately 2 months post gene transfer was concomitant with
a decline in FIX levels, this decline was halted with the administration of the steroid
prednisolone, a practice now standard in liver gene therapy trials. These original patients
have retained stable expression of the FIX transgene long term,113 with the earliest
infused patients now over 10 years post AAV treatment.
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1.5.4.1 The SJ/UCL AAV vector design:
The AAV treatment strategy used in the SJ/UCL trial for haemophilia B used components
from extensive preclinical work carried out over the years in the field. The most commonly
used serotype at the time was AAV2. However, the serotype chosen for this trial was
AAV8. AAV8 was discovered alongside AAV7 in samples from rhesus macaques in
2002.114 It’s full length capsid gene is 3 amino acids longer than that of AAV2 and 83% of
the residues are homologous.115 It was observed that post intravenous injection into both
mice and macaques, AAV8 had strong tropism for the liver,116,117 aided in part by the rapid
uncoating of the AAV8 capsid in comparison to other serotypes.118 Furthermore,
regarding the prevalence of innate immunity to the AAV capsid, a phenomena first noted
in the 1960s,119 the AAV8 capsid has consistently shown a lower prevalence of preexisting immunity in humans than for AAV2120–122 For use in a recombinant production
system the AAV8 capsid was used in tandem with the AAV2 REP gene and AAV2 ITRs
flanking the expression cassette.
The expression cassette packaged within the ITRs contained a series of features
designed to maximise therapeutic potential (Fig. 1.1): The promoter sequence (referred
to hence as LP1), comprises a combination of the human alpha-1-antitrypsin (hAAT)
promoter and the human apolipoprotein hepatic control region (HCR)123 This promoter
limits expression of the transgene to liver cells. Other trials have used different promoter
strategies to yield the same effect. An intron from the SV40 virus was included between
the promoter and FIX sequence, as studies had shown the inclusion of this to boost
protein expression levels. The FIX DNA sequence was codon optimised to allow for
improved expression of the transgene and is substantially different from the naturally
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occurring codon pattern (Fig 1.2).123 The protein sequence remains unchanged aside
from the incorporation of a naturally occurring Threonine to Alanine polymorphism known
as the FIX Malmo variant (Fig 1.3).124 Due to the short size of the construct (~2.35kb) one
of the ITRs flanking the FIX expression cassette was mutated by deletion at the TRS site.
This mutation prevents genome resolution at the terminal end containing the deletion,
resulting in replication reading back across the genome before resolving at the other
terminal repeat. Whereas a WT configuration will yield particles with DNA containing
either the positive or negative strand of the expression cassette, the TRS deletion results
in the expression cassette DNA of both the positive and negative stand to be present in
a single virion. These ‘self-complementary’ AAV genomes intramolecularly anneal and do
not need to undergo second strand synthesis in the infected nucleus to mediate transgene
expression and can express protein products immediately and efficiently post AAV
infection.123,125
This vector plasmid was transiently transfected into 293T cells in a two-plasmid
transfection system in which the vector genome plasmid also contained the required
adenoviral helper sequences. These include the E2A and E4orf6 genes and the VA RNA
coding sequence,126 but not E1A and E1b as these are already present within the 293T
cells.127 AAV production for this trial was carried out in adherent 293T cells at large scale
in cell factories and purified by a three column chromatography method.128 This yielded
a high purity product with around 20% full particles that was approved for clinical trial
infusion in both the United States and the United Kingdom.
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1.5.5 Other AAV trials for haemophilia:
There are now several active and completed gene therapy trials for both haemophilia A
(Table 1.2) and haemophilia B. (Table 1.3) Successful results have been published from
an AAV mediated gene therapy for haemophilia A, using a, truncated form of the FVIII
protein, showing durable efficacy over 2 years post treatment infusion.129 Almost all
haemophilia gene therapy trials in progress use gene addition via a single AAV cassette
as the therapeutic approach, although one trial for haemophilia B from Sangamo
therapeutics utilises a Zinc-finger based gene editing approach to attempt to insert the
FIX gene into a safe harbour locus (NCT02695160). This requires 3 different AAV to enter
the same cell, an AAV containing the ZFN left arm, and AAV containing the ZFN right arm
and an AAV containing the FIX gene. So far, no results have been posted from this trial.
One trial for haemophilia B run by Baxalta therapeutics was halted after a rise in ALTs
and concomitant loss of FIX expression that could not be brought under control by
prednisolone administration.130 This unsuccessful cassette was designed to have a high
CpG content in order to boost protein expression levels.131 It is likely that the high CpG
content played a role in the robust immune response seen against this vector and it is
now suggested that expression cassettes in AAV be depleted for CpG motifs.132–134

35

36

37

1.5.6 FIX Padua:
In 2009, a patient with thrombosis in a Padua clinic was identified as having a mutation in the FIX
gene.135 A single amino acid mutation (R338L) in the FIX gene conferred hyperactivity of the
protein between 5 and 7-fold. This hyperactivity is due to a faster activation of Factor X facilitated
by the cofactor FVIIIa.136 This would mean that if applied in the same therapeutic context a lower
dose could be given to achieve the same level of FIX activity. Preclinical work showed that
incorporation of the FIX Padua mutation in the recombinant AAV setting could yield improved
clotting activity at a given dose.137–139 FIX Padua cassettes are now been used in several clinical
trials and have yielded high clotting activity levels in the reported results from the first trial
incorporating this mutation.140 Other hyperactive mutations have since been identified and
exhibited efficacy in preclinical models;141,142 however, these have yet to be incorporated into
clinical strategies.

1.5.7 Gene therapy for haemophilia with Inhibitors:
The potential of treating haemophilia by gene therapy for patients with inhibitors via liver
gene therapy is an exciting prospect. To date no human patient treated for haemophilia
with AAV gene therapy has developed inhibitors against the therapeutic protein product.
However, this has been observed in at least one canine from the CHOP FIX dog cohort,
albeit transiently, and in a dog from an inhibitor prone subcolony.143 Indeed, there is
evidence that the expression of the therapeutic transgene from the liver provides a
tolerogenic environment, and AAV gene therapy is being investigated as a clinical
strategy in haemophilia patients whom have developed inhibitors against recombinant
protein.144,145 Patients who develop inhibitors have the highest treatment costs, potentially
upwards of a million euros per year;96,97 therefore, the translation of gene therapy to the
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clinic for this cohort of haemophilia patients could have both a substantial therapeutic and
economic impact.

1.5.8 The future of haemophilia gene therapy:
Now that proof of principle has be attained, goals of the field will include attempting to
lower the necessary dose of AAV to achieve normalisation of clotting factor activity. A
diversification of gene delivery methods may also reach clinical potential. There has been
extensive preclinical work for haemophilia treatment via ex vivo and in vivo lentiviral gene
therapy,146–149 and there are now active clinical trials in lentiviral transduction and infusion
of CD34+ cells for both haemophilia A and B (Table 1.4). Additional changes to treatment
strategy such as the delivery of engineered proteins and other variations such as the use
of ancestral protein sequences have been shown to improve FVIII gene therapy in preclinical models,150 and it is likely that in the future a range of recombinant gene products
and strategies will be available for the gene therapy treatment of haemophilia, much as a
range of recombinant protein products are available for infusion in the present day. It is
incumbent upon the field to ensure this is done in as safe a manner as possible and
therefore detailed study of these gene therapy products and the processes involved in
their generation is essential.
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1.6 The AAV genome:
The AAV genome comprises several overlapping reading frames encoding replication
and capsid proteins that are situated between inverted terminal repeat sequences (Fig.
1.4 a). There are 4 overlapping REP proteins, named for their respective molecular
weights in kilodaltons (KDa); REP78, REP68, REP52, and REP40. These and 3
overlapping capsid genes; VP1, VP2 and VP3 which, through alternative splicing and the
use of alternate initiation codons, are produced at a 1:1:10 ratio that assembles into a
60mer (5 copies VP1, 5 copies VP2, 50 copies VP3) in the nucleus of an infected cell,
resulting in the mature icosahedral virion. AAV contains 4 known promoters within its
genome; P5, P19, P40, and P81. The P5 promoter is located at the 5’ of the AAV genome,
slightly downstream of the 5’ ITR sequence. P5 drives expression of the large replication
proteins, REP78 and REP68, and operates under a negative feedback loop to
autoregulate its expression.151 The P19 and P40 promoters are located within the coding
sequence of the full-length REP gene; P19 drives the smaller REP proteins REP52 and
REP40,152 whereas the P40 promoter drives expression of the capsid proteins and the
AAV Assembly protein (AAP),153 produced from an ORF in an alternate reading frame
within the capsid gene. In addition to this there are other identified ORFs such as the
AAVX gene,154 which produces a protein aiding in AAV replication, and the MAAP gene,
which encodes a protein of unknown function that associates with the membrane of the
host cell (Fig. 1.4.b).155
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1.6.1 The large form Replication genes: AAV REP78 and AAVREP68:
The overlapping AAV replication genes exist at the 5’ half of the AAV genome. All 4 coding
regions are in frame with each other and so their final protein products have matching
domains. The large form REP genes REP78 and REP68 are driven from the P5 promoter
and the encoded proteins exhibit DNA binding, helicase and endonuclease activity.156
The genes are named for their molecular weight,157 comprising 621 and 536 amino acids
respectively (NCBI Reference Sequence: NC_001401.2). They are identical in their first
529 amino acids,158 but differ in the c terminus due to alternate splicing at donor site
nucleotide 1906 and acceptor nucleotide 2228.159 This leads to a degree of redundancy
in the REP proteins as both REP78 and REP68 can stimulate AAV DNA replication
without the other protein present,160 and high-level expression of either REP78 or REP68
can result in the production of infectious particles.161 The DNA binding domain of REP78
and REP68 exists in the N-terminal region, a region not present in the lower MW REP
proteins, with point mutation at amino acid 225 showing abrogated DNA binding in both
REP78 and REP68.162 This binding domain recognises and binds to a GAGC triplet at the
inverted terminal repeats, and an imperfect GAGC repeat in the AAV2 P5 promoter
(GAGY)2, both of which can serve as the origination point for AAV replication.163,164 When
bound to the ITRs REP is able to form a phosphodiester bond with an exposed thymidine
residue in the TRS loop in order to nick the DNA and facilitate genome replication.165
REP78 and 68 can self-associate at these binding sites into complexes. Two studies
suggested that such complexes are hexameric in nature,166,167 although more recent work
suggests that the actual nature, at least for the REP68 protein, is pentameric when in
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contact with the dsDNA of the RBS and a double octamer in contact with ssDNA.168 It is
likely that these REP protein complexes are essential for mediating AAV integration
during the REP dependent association of the AAV genome with the AAVS1 integration
site on chromosome 19, that can be promoted by the ITR sequences and the P5
promoter.169,170 The N terminal region of the large form REP proteins also harbour the
site responsible for the endonuclease activity, a Y156F point mutation eliminates
endonuclease activity on a ITR hairpin substrate.171 The helicase activity of REP78 and
REP68, necessary for the strand unwinding required for AAV replication is ATP
dependent.172 In AAV2 the consensus helicase motifs occur between amino acid 330 and
422, homologous to regions in replication proteins of other parvoviruses.158 Furthermore,
REP78 and REP68 contain basic residues in the shared region of their c-terminus which
function as a nuclear localisation sequence (NLS).173
REP78 and REP68 have strong roles in the regulation of AAV genome transcription. In
the absence of the helper genes from adenovirus or herpes simplex virus, the large forms
of REP maintain a repressive role on AAV transcription from the P5 and P19 promoters.174
In the presence of these helper genes the repressive function of the REP genes is lifted,
and REP, acting in concert with other factors, functions as a transcriptional activator of
the P19 promoter.175 During the replication process, the REP proteins also interact with
host cellular proteins. REP78 has been shown to bind to the TATA binding protein,176 a
general transcription factor shown to be necessary for initiation of replication at the P5
promoter.177 The large form REP proteins are known to bind with other regulators of
transcription like PC4 and SP1,178,179 and to interact with other host proteins like
B23/Nucleophosmin and KCTD5.180,181 At the DNA level, consensus binding sites for the
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GAGC repeat recognition sequences exist within the human genome, in and around
genes like tyrosine kinase activator 1 and the breast cancer associated BRCA1 gene
among others.182 Downregulation of certain oncogenic promoters such as c-fos an c-myc
by REP78 has been observed.183 Conversely upregulation of the c-sis proto oncogene by
REP68 has been described.184 It has been reported the these proteins have an antiproliferative effect on oncogenicity in certain contexts,185–187 and that the large form REP
proteins can exhibit toxicity to cells, inducing apoptosis through caspase-3 activation.188
Moreover, when cells are exposed to other cytotoxic conditions, those expressing large
form REP have been shown to exhibit greater levels of cell death than REP negative
cells.189
In addition to their effects on human cells, the large form REP proteins have also been
shown to affect the life cycles of both DNA and RNA viruses. REP78 inhibits papilloma
family virus replication for both human and bovine variants,190,191 hepatitis B virus through
binding to the HBV core promoter,192 and HIV.193 Furthermore, REP78 and REP68 can
inhibit the replication of the DNA viruses that provide AAV helper function, adenovirus
and herpes simplex virus.194,195

1.6.2 The short form REP genes: AAV REP52 and AAV REP40:
The short form REP proteins are driven from the P19 promoter. The short form REP
genes of AAV2 are in frame with the large form but translation of REP52 and 40 begins
at the site of amino acid residue 225 in the large form REP proteins. REP52 and REP40
are 397 and 312 amino acids in length respectively (NCBI Reference Sequence:
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NC_001401.2). They are also splice variants utilising the same c terminal splice donor
and acceptor sites as the large form REP proteins.159 Due to their translational start
position both proteins lack the DNA binding domain present in REP78 and 68, and neither
REP52 or REP40 can promote site specific integration of AAV into the host genome.196
These shorter forms also lack the endonuclease domain required for trs strand nicking
during replication, and no endonuclease activity for these proteins has been described.156
Unlike the large forms of REP, REP52 and REP40 are also thought to only exist in
monomeric form,166,197 a hypothesis bolstered by the observation that at least for AAV5,
the key oligomerisation domain exists in the N terminal region of the large form REPs that
is absent from REP52 and REP40.198 However, the short forms of REP are still required
for efficient packaging of the AAV genome.199 REP52 and REP40 retain helicase activity,
which occurs in a 3’-5’ direction,197,200 and a major function of the shorter form Rep
proteins appears to relate to the direct packaging with the viral genome through the
preformed capsid pore, a process that requires the helicase activity of REP52 and 40, in
which it is hypothesised that the helicase acts as a ‘molecular motor’ to load the ssDNA
of AAV into the capsid through the open pore at the 5 fold symmetry axis.199 and the
presence of the short form REP proteins is also essential for the accumulation of single
strand DNA in cells during replication.201
The short form REP proteins do not display the level of toxicity to cells as seen with
REP78 and REP68. In one study that examined short form REP toxicity, REP52 did
appear to have a moderately toxic effect on the cells tested, although much lower than
that of REP78.188 Also in contrast to the large form REP proteins, the short form do not
appear to effect the transcription of the adenoviral late promoter significantly; only a
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modest effect of adenoviral gene transcription is seen with REP52 and none is observed
with REP40.202 This is likely to be due to the lack of the REP78 and REP68 N terminal
DNA binding domain, and it is likely that the shorter form REP proteins have a much
diminished role, if any, in transcriptional regulation of viruses and cells, although wider
effects of the shorter form REP proteins on cellular transcription have yet to be studied in
any detail.

1.6.3 AAV capsid genes:
The AAV capsid is the outer shell of the AAV virion, essential for mediating successful
delivery of the packaged genome. It is icosahedral in structure and coded for by 3
overlapping proteins designated VP1 VP2 and VP3. This overlapping capsid gene
structure is common to other Parvovirus family members like Bocaviridae and
Densoviridae.203,204 Like the REP proteins, the VP proteins are all in frame with each
other. The MW of the VP proteins for are approximately 87KDa 73KDa and 67KDa for
VP1 VP2 and VP3 respectively.205 The 3 capsid proteins are produced from a single
mRNA by alternative splicing.206 VP1 and VP3 of AAV2 are translated from a canonical
AUG start codon whereas VP2 translation initiation occurs at the lower efficiency ACG
codon.207 The viral proteins assemble in a 1:1:10 ratio to yield a 60mer particle with a total
MW (empty capsid) of 3.72MDa for AAV2.208 Once assembled, the virion structure is
remarkably stable. Long term storage at 4 degrees Celsius or exposure to temperatures
up to at least 55 degrees Celsius appear to have no effect on the transducing capability
of AAV.209
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The AAV2 capsid undergoes assembly in the nucleolus.210 Nucleolin has been shown to
bind to the AAV2 capsid,211 which may facilitate the nucleolar import of the capsid
proteins. However, this interaction may be a feature unique to the AAV2 serotype as the
VP proteins of other serotypes have not been shown to associate with the nucleolus.212
The AAV capsid proteins can undergo a range of post translational modifications.
Residues can be phosphorylated, ubiquitinated, glycosylated, SUMOylated and
deamidated, with modifications like tyrosine phosphorylation and deamidation correlated
with reduced functional transduction capabilities.213–215 Recently it has also been shown
that capsid can interact with the promoter sequence of its packaged expression cassette
and influence tissue specificity of expression, at least within certain neurons.216
VP1 as the longest of the overlapping capsid proteins contains residues in its n-terminus
that are not found in VP2 and VP3. This region is referred to as VP1u.217 Capsids deficient
in VP1 are unable to infect cells. VP1u contains basic amino acid residues that can
influence the transduction capabilities, although basic residues are detected at the Nterminus of all the VPs.218 VP1u also contains PDZ binding motifs at its n terminus.
Mutation of these binding motifs prevents uptake of the viral particle into the nucleus,
suggesting a role for these sites in the nuclear trafficking step post-endosomal escape.219
Other consensus sequences in VP1u include SH2 and SH3 binding motifs, and
endosomal sorting signal motifs.219 One of the most prominent features of VP1u is a
phospholipase A2 domain.220 This region of the capsid undergoes a conformational
change during the portion of AAV infection in which AAV containing endosomes are
acidifying. This change exposes this protease region of VP1u and facilitates the escape
of the AAV capsid from the endosome.221
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VP2 also has basic residues in its N-terminus that are internalized in the fully formed
particle but become exposed during the course of AAV infection.222 Whilst VP1 and VP3
are essential to produce infectious AAV particles, virions that lack VP2 retain infectivity.223
Furthermore, the N terminal region of VP2 can handle large insertions if provided
separately from VP1 and VP3, a feature which has been utilised to try and improve
specificity of AAV targeting.224
VP3 is the smallest and most abundant of the AAV capsid proteins. Whereas VP1 and
VP2 localise to the nucleus, VP3 is seen in both the nucleus and cytoplasm of cells.225
This could be due to absence of residues that serve as an NLS in the VP1 and VP2
proteins.226 VP3 is the only essential capsid protein to form genome containing particles,
but VP3 only AAV capsids are non-infectious.223
The full-length capsid sequence is what determines the AAV serotype. Naturally occurring
AAV serotypes have been discovered in various tissues and organisms.114,227–230 There
is a relatively low sequence constraint within the capsid to produce functional AAV. This
is extremely useful for gene therapy as the range of existing serotypes can be expanded
artificially to engineer capsid variants for specialised therapeutic use. Whilst many current
AAV gene therapy trials have used naturally occurring serotypes,11,68,231 artificial capsids
have been developed to improve gene delivery to cells of the inner ear, neurons, and
muscle amongst others.232–234 AAV capsids in which peptides have been inserted into
regions of the capsid that can tolerate this without disruption have expanded the targeting
capability of AAV.235,236 More experimental designs have also shown that capsid proteins
from heterologous serotypes can be combined in different ratios to yield functional
‘mosaic’ AAV particles with unique properties, such as altered transduction profiles and
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capsids activatable only after protease cleavage

237,238

The continued research into

identifying new capsids both natural and artificial in nature will further the applicability of
AAV as a gene therapy agent.

1.6.4 The inverted terminal repeats:
Inverted repeat sequences are a common feature of functional significance across
prokaryotes, eukaryotes and viruses, allowing the formation of complex secondary
structures.239 The terminal ends of viral genomes are often characterised by inverted
repeat sequences. DNA viruses with linear genomes from families like adenoviruses,
poxviruses, phycodnaviruses and parvoviruses all contain these features in some
form.204,240–242 The AAV genome is flanked at each end by a 145bp inverted terminal
repeat (ITR). This is the only element of the viral genome retained in recombinant AAV,
comprising distinct regions relative to its function. 125 of these nucleotides are an inverted
repeat sequence, that results in a T shaped hairpin loop. This palindromic sequence
contains within it additional shorter palindromes between nucleotides 42-62 and 64-84.243
The remaining 20 nucleotides make up the ‘D sequence’. The D sequence is necessary
for replication and packaging of the AAV genome.244 The D sequence is implicated in
aiding AAV transduction and has been shown to bind the nuclear import proteins RFX1
and RFX3.245 Within this D sequence is the trs site; of which the thymidine residue is
nicked by the large form REP proteins in AAV replication. The site is conserved across
AAV serotypes, aside from the most genetically divergent serotype AAV5 which harbours
a unique TRS sequence within its ITRs.246 Mutation of the TRS site leads to abolishment
of replication at the ITR,160 a facet used advantageously in the generation of self-
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complementary AAV. Other efforts to substitute the D sequence in its entirety has yielded
AAV with higher infectious potential, albeit with lower viral production yields.247
The region in between the D-sequence and the hairpin loops is designated the Aregion.248,249 The A region of AAV2 contains the 14bp REP binding site that directly
interacts with the large form REP proteins. The hairpin loops of the ITRs are denoted as
B’, B C’ and C. With each ITR contain a B and C loop. The loops are GC rich and
assemble to form a T shaped cruciform structure.250 The ITRs can either be oriented with
the b loop or the c loop as the top of the cruciform. This is known as FLIP or FLOP
orientation respectively.248,249 During replication There are three thymidine residues within
the B and C palindromes that elicit stronger binding of the REP proteins to the ITR, at the
top of the B loop in the Flip orientation and the C loop in the FLOP orientation.251 In either
FLIP or FLOP orientation the CTTTG residue that contributes to REP binding is positioned
in the same orientation with respect to the 14bp RBS and the TRS site.252
The ITR sequences are essential for the circularisation and concatemerisation of the AAV
genome post infection.253 ITR sequences are found to be present alongside integrated
AAV genomes, although not necessarily in intact form.254 It is felt that the presence of the
ITRs enhances the integrative potential of the viral genome. This is certainly the case for
targeted integration in the presence of REP. The ITRs of AAV are also known to have
transcriptional activity. This is not a unique feature among viruses; the terminal repeat
sequences of other DNA viruses like adenovirus and vaccinia virus are also known to
exhibit transcriptional activity.255,256 In early studies of recombinant AAV, the promoter
activity of the ITR this was used advantageously to do away with the need for providing
an additional promoter sequence, as was the case with early designs to deliver the CFTR
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gene for cystic fibrosis.257,258 A small region in the A/D junction of the ITR is enough to
drive recombinant transgene expression.259 It is now understood that the ITR promoter
activity exists across serotypes and cell types.260 In limited circumstances the ITRs have
been implicated in contributing to cellular toxicity, although the scope of this has not been
investigated in detail.261
In the recombinant setting, the ITRs from AAV2 are used almost ubiquitously, especially
in the clinical context. However, work has been done to assess the use of ITRs from other
serotypes to produce recombinant AAV. For instance, if producing recombinant AAV with
the AAV5 REP protein, the most evolutionarily divergent of the natural serotypes, AAV5
ITRs must be used as AAV2 ITRs cannot undergo efficient TRS site nicking and will not
package AAV2 ITR flanked cassettes.246 Indeed, a recombinant system using AAV5 REP
and AAV5 ITRs was generated in the late 1990s.262 Additionally, AAV3 ITRs have been
used in certain research contexts,263 and the use of heterologous ITRs, i.e. the 5’ from
one serotype and the 3’ from another has also been examined.253 Much as directed
evolution efforts have led to the production of a vast array of recombinant AAV capsids,
it is likely that future research endeavours will lead to the generation of AAV REP protein
variants with divergent and favourable properties.

1.6.5 The P5 promoter:
AAV contains 4 known promoters within its genome; P5, P19, P40 and P81. The P5
promoter is approximately 145bp in length and located at the 5’ of the AAV genome,
slightly downstream of the 5’ ITR sequence. The P5 promoter is present in all catalogued
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serotypes of AAV, although in AAV5 it is referred to as P7.264 P5 drives expression of the
large replication proteins REP78 and REP68 and operates under a negative feedback
loop to autoregulate its expression.265 The transcribed mRNA is polyadenylated at a site
near the 3’ end of the genome in the case of AAV2, and at a central intronic location for
P7 of AAV5.264,266 P5 expression is inhibited by all forms of the REP protein, the large
forms (REP78/68) have a predominant inhibitory effect, with REP52 and REP40 reducing
mRNA from P5 to a milder degree.174,267 This autoregulatory effect on P5 is facilitated by
the presence of a series of imperfect GCTC REP binding motifs within the TATA box that
the large form REP proteins can bind to through an N terminal DNA binding domain.158 In
addition to the REP recognition sequence, the P5 promoter contains 2 identified sites for
YY1 binding. These are denoted as YY1-60 and YY1+1, denoted relative to the start of
transcription site at P5. The YY1-60 site has a repressive role in transcription from P5 in
the absence of the adenoviral E1a, which switches to an activator role in the presence of
E1a.268 YY1-60 is also key to the transactivation of P19, with the REP and SP1 proteins
forming a scaffold to position the P5 YY1-60 complex driving the timed production of
REP52 and REP40.175 The YY1+1 element exists downstream from the P5 REP binding
site. This binding site for YY1 plays an activating role in transcription from P5 by aiding
transcript initiation,269 and limiting the auto-repressive effect by REP68 on P5.265 P5 also
contains a binding site at its 5’ end for the major late transcription factor (MLTF). MLTF is
a cellular transcription factor that upregulates transcription of the adenovirus late
promoter.270 The MLTF binding site is similar to that of YY1-60 in that it is repressive in
the absence of E1a and enhancing in its presence.271 P5 is also the only AAV promoter
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to date to have any bidirectional activity characterised therein,272 although no functional
significance of any of its short, minus strand RNA products has been determined.
Outside of its role in transcription, the P5 promoter sequence plays a role in the retention
of the AAV genome within a cell: A 138bp region within the P5 promoter has been
designated the P5IEE.273 This sequence is necessary and sufficient for REP mediated
integration of AAV into the AAVS1 site on chromosome 19 of the human genome.
Although AAVS1 is considered a safe harbour locus, other GCTC repeat containing loci
in the human genome are not, and targeted integration mediated by P5 could pose a
safety issue in the recombinant context. Fortunately, the P5 promoter as with the other
AAV promoters is absent from the packaged expression cassette in recombinant AAV.
Evidence suggests that this configuration reduces the proclivity for recombinant AAV to
efficiently integrate at the AAVS1 locus in the presence of REP.274 Despite not being
present in the packaged recombinant genome, the P5 promoter is key to recombinant
AAV production in the 293 based system. Previous efforts in the recombinant system to
replace the P5 promoter with a constitutive promoter did not yield high titers of virus,275
likely to be due to the inability of a constitutive promoter to retain optimal ratios of the
different viral replication components. Generating high titers of recombinant AAV is
essential for the practical application of gene therapy and, therefore, the P5 promoter is
valuable to the recombinant AAV production system.

1.6.6 The P19 promoter:
The P19 promoter is a short promoter of approximately 180bp in length located within the
REP gene of the AAV genome. In AAV2, P19 drives the expression of the smaller KDa
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REP variants Rep52 and Rep40. Like the P5 promoter, under normal conditions the REP
proteins have an inhibitory effect on the activity of the P19 promoter; in the presence of
adenovirus, this repression is lifted.276 This appears to be a downstream effect of P5
activation as the large form REP proteins cooperate with the SP1 transcription factor and
the YY1-60 site in P5 to mediate this transactivation of P19 transcription by interacting
with the DNA upstream of the P19 TSS.175,277 An additional key element to transcription
is a CArG like sequence towards the 5’ of P19 that aids in this transactivation.277,278 Direct
binding of REP to the P19 promoter has been observed, although there is only 1 GCTC
sequence present within the P19 sequence.279 As with P5, in AAV2 the mRNA
transcriptional products of P19 are polyadenylated near the inverted terminal repeat in
the 3’ of the AAV genome, around 2kb from the terminal end of their protein products.266
Again this differs in AAV5, which contains polyadenylation for P19 product within an
intronic sequence centrally located within the AAV genome.264

1.6.7 The P40 promoter:
The P40 promoter of AAV drives expression of the capsid VP proteins and the assembly
activating protein from alternatively spliced mRNA. Like P19 it is located within the REP
gene coding sequence, further to the 3’ end of REP. There are two identified SP1 binding
sites within the P40 promoter,278 and like P19, the P40 promoter is also reliant on
transactivation by the REP proteins in concert with SP1.280 P40 also contains binding
sites for the transcription factors EF1a, ATF and AP1, which when deleted yield a slight
reduction in transcriptional activity.278 The transcription factor binding sites are conserved
across the P40 sequences of different AAV serotypes.281 As with P5 an MLTF binding
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site is also present at the 5’ of P40, although no function of this site has been
determined.278 In the presence of adenovirus, P40 can be transactivated by both the REP
binding element in the P5 promoter and within the inverted terminal repeats.282 The AAV5
version of this promoter is denoted P41 but is functionally the same, and as with AAV2
drives capsid protein expression, although with this serotype there is a much reduced
level of transactivation from the corresponding REP protein.283 More recently short non
coding RNAs transcribed from the P40 promoter have been identified, which appear to
play a role in inhibition of adenovirus replication.281,284

1.6.8 The Assembly Activating Protein (AAP):
The size limitations imposed by the physical space within the AAV capsid require the viral
genome to encode all essential DNA in a highly compact genome. The replication and
capsid subunit genes contain multiple overlapping genes in the same frame, and it was
thought for a long time that these were the only required elements for the AAV life cycle
contained within the viral genome. In 2010, the Kleinschmidt group identified a +1 reading
frame gene within the AAV2 capsid coding sequence.210 This 204 amino acid protein
product, designated the Assembly-Activating Protein (AAP), is approximately 23KDa and
translated from the alternative initiation codon CTG. AAP was found in AAV2 to be
essential for functional capsid formation and to aid in the transport of VP proteins to the
cell nucleoli for assembly. AAP was subsequently identified across other naturally
occurring AAV serotypes.285 The AAP sequence shows strong homology across
serotypes, with only AAP from AAV 4, 5, 11 and 12 exhibiting high divergence from the
consensus coding sequences.286 Interestingly the AAPs from serotypes 4, 5, and 11 were
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later shown to not be essential for capsid assembly of those serotypes.212 Conserved
regions of AAPs include two hydrophobic domains in its N terminus, a proline rich region
between amino acids followed by five serine threonine clusters, and a basic c terminus.286
Elements in both the N and C terminus of AAP have been shown to promote AAV capsid
assembly, and it has been posited that the surface charge of capsid lumen residues plays
a role in dictating the interaction of AAP with the capsid proteins.287 AAP can
conformationally change and stabilise the VP proteins that otherwise are rapidly turned
over.288 Indeed, even the AAV serotypes that do not require AAP to form functional
capsids yield higher titers of vector when their cognate AAP is present,289 although
exogenous overexpression of AAP does not improve titers further.290
There is high cross complementarity between AAPs. An early study found that AAP2 can
facilitate capsid formation of AAV1, AAV8 and AAV9, and AAP1 can facilitate some
degree of AAV2 capsid assembly, whereas AAP5 cannot.285 A subsequent study
confirmed this and showed that the vast majority of AAP/serotype combinations result in
functional particles, with AAP4 and AAP5 having more restricted function, only rescuing
the production of each other and not any of the other serotypes tested.289 With regards to
recombinant AAV production, AAP is necessary in both the mammalian cell line and
baculoviral systems to generate functional virions,289 and aids production yields of VP3
only virus like particles (VLPs) in Escherichia Coli.291
Synthetic AAVs are often produced by combinatorial shuffling and/or directed
mutagenesis. A problem with this is that due to the nested nature of AAP an alteration to
the AAP sequence is highly likely for any changes made to the capsid protein between
amino acid residue 203 and 380. This may result in functional capsids for a given utility
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not being selected for due to dysfunctionality of the resultant nested AAP sequence
through the introduction of a stop codon or deleterious mutations. It is also possible with
synthetic variants of AAV that the resultant nested AAP sequence may not produce the
highest yields in all cases.

1.6.9 The Membrane-Associated Accessory protein:
The presence of an additional nested ORF in the +1 frame of the AAV2 capsid gene was
identified by the Kleinschmidt group in 2010 in their studies that elucidated the AAP
protein.210 However, in this study, no effect upon vector yield was observed and the
potential protein was not investigated further in the manuscript. Recently this protein was
further characterized and found to associate with the cell membrane.155 Further studies
will be required to assess the importance of this protein in the AAV life cycle.

1.6.10 The AAVX protein:
An additional gene known as AAVX has been identified in the AAV2 genome.292 This
gene has not been well characterised but appears to have a function in AAV replication;
removal of the AAVX gene reduces AAV2 replication in 293T cells.154 It is posited that X
expression is driven from a little studied promoter within the AAV capsid gene referred to
as P81.292
Homologues to this gene do not exist in all serotypes. AAV6 for instance, has a disrupted
ORF in the region where a putative X gene would exist. Exogenous addition of the AAV2X
gene enhances AAV6 production.293 When AAV serotypes 1-12 are examined the X gene
appears to be intact in some but not all (Fig. 1.5). AAV8, the serotype used in the SJ/UCL
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haemophilia trial does not contain a functional nested X gene, with several stop codons
present in the putative open reading frame (Fig. 1.6).

1.7 AAV helper viruses:
One key characteristic of the AAV virus is its inability under normal cellular conditions to
undergo efficient replication in the absence of proteins provided by a helper virus. AAV
derives its name from its discovery alongside adenovirus, and it has since been
demonstrated that adenovirus and other viruses express proteins that facilitate efficient
replication of AAV. These are described herein.

1.7.1 Adenoviral helper genes:
AAV is unable to undergo replication in normal cellular conditions without the presence
of a helper virus. The best characterised of these is adenovirus. Typically adenovirus type
5 (Ad5) genes are used to provide this helper function, given that the E1 gene insertion
in 293 cells is from this adenovirus serotype.294 However, genes from other adenovirus
variants such as Ad2 have also been used in the recombinant setting.295 A range of
functions assisting with AAV replication are provided by the adenoviral proteins; some
involve direct interaction with components of the AAV virus, and some interact with other
factors in the cell to increase permissivity to AAV replication. An example of an adenoviral
protein that directly interacts with AAV is the early phase gene E1a. E1a proteins are
expressed early in the adenovirus life cycle and have a significant effect on transcription
within infected cells.296 Transcriptional regulation is the major role played by E1a with
regards to AAV replication; E1a presence helps activate the P5 promoter by
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alleviating the transcriptional repression enacted on P5 by YY1 binding.297 The E2a
protein has also been shown to stimulate P5 transcriptional activity.298 E2a , along with
the VA RNAs, are involved in efficient translation of AAV capsid mRNAs.299 Additional
adenoviral proteins providing helper function to AAV include E1b55k and E4ORF6
proteins, which facilitate transport and accumulation of AAV mRNA into the cytoplasm300
Interestingly in seeming contrast to this, E1b and E4ORF6 have been implicated in the
degradation of Rep52 and preassembled capsid proteins, at least within the context of
AAV5, an effect which is only overcome by the presence of VARNA.301
The interactions between adenovirus and AAV is not one way in terms of regulation; the
REP proteins all inhibit the expression of the adenoviral E2a protein, with the larger REP
proteins providing a greater inhibitory effect.302 REP68 binding to the E2a promoter region
has been observed and is thought to cause an inhibitory effect, although the observed
binding site does not contain the GCTC motif recognised by the N-terminal region.303 A
similar inhibitory effect is seen at the adenovirus major late promoter, with all REP forms
aside from REP40 capable of mediating inhibition.202

1.7.2 Herpes Simplex Virus helper genes:
The family Herpesviridae comprise large double stranded DNA viruses that infect a range
of species. The HSV1 virus has a genome of approximately 150kb and encodes over 80
viral proteins and several transcribed regulatory RNAs.304 HSV-1 has been shown to be
able to provide helper function to assist AAV replication in the absence of adenoviral
helper genes.305 In fact the herpes simplex virus genes UL5, UL8, UL29, UL30, UL42,
and UL52 are sufficient to facilitate AAV replication.306 In a similar fashion to its effect on
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adenoviral replication, AAV replication has an inhibitory effect on the process of HSV
replication, mediated at least in part by the REP78 and REP68 proteins impairing the
ability for HSV to form mature replication compartments in the nucleus.307

1.73 Other viral helper genes:
Aside from the well characterised AAV helper functions of adenovirus and herpes simplex
virus, other viral genes have been shown to provide a helper effect to AAV replication.
For instance, a number of proteins in the HPV16 genome have been shown to promote
AAV replication and in particular the E1, E2 and E6 proteins of HPV16 have been shown
to enhance recombinant AAV yields.308–310 Vaccinia virus genes have also been
implicated in promoting AAV replication,311 although one study found it was insufficient to
provide full helper function for AAV replication.312 Furthermore, human Bocavirus 1 genes
have shown to exhibit helper function for AAV replication, in the presence of
adenovirus.313 There is also evidence from an early study of the virus that in cells absent
of other viruses that are placed under genotoxic stress, AAV replication can be
facilitated.314

1.8 Recombinant AAV:
AAV was first incorporated into a recombinant system in 1982.248 Soon after, the potential
for transgene delivery using AAV was demonstrated by the successful transfer of the
neomycin-resistance gene to human Detroit 6 cells.315 These early production systems
relied on the coinfection of adenovirus; however, in 1998 the Samulski group
demonstrated a method of high titer viral production that used essential adenoviral genes
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but did not require the use of live virus.316 The utility of this recombinant system is that
the REP and CAP genes are delivered to the production system in trans and the sequence
between the ITRs is replaced with an expression cassette of interest of up to
approximately 5kb in length, which is then packaged into the AAV capsid (Fig. 1.7). For
certain monogenic disorders such as haemophilia and Leber’s congenital amaurosis, the
AAV system can be used to add a correct copy of the gene of interest. Additionally,
approaches using silencing cassettes and the delivery of gene editing tools have proven
successful in pre-clinical models for genetic disorders such as Huntington’s, ALS, and
others.317–319 The typical production system uses the AAV2 REP gene and ITRs,
however, the capsid gene is often substituted to produce different serotypes. There are
several naturally occurring AAV serotypes that can be utilized in this system. Recently,
however, groups have used methods such as DNA shuffling, peptide insertion and
rational design to generate synthetic serotypes with desired properties, such as
augmented infection of a target cell type, and evasion of immune response.320–326 The
production of AAV is discussed in detail in the section ‘Recombinant AAV production’.

1.9 AAV infection.
Compared to other viral delivery types AAV infection is surprisingly inefficient. A very high
multiplicity of infection (MOI) is used to deliver AAV to the cell type of interest, often
upwards of 1X104 particles dosed for every cell in an in vitro research setting,327 and in a
clinical setting this can be as high as 2x1014 vector particles administered per kilogram
when administered systemically.69 In contrast to this, the successful gene therapy
treatment of X-linked SCID with ex vivo transduction of CD34+ cells with lentivirus uses
an MOI of 20 in two successive exposures.16 This relative inefficiency of AAV infectivity
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is functionally mitigated by its ease of high yield production, exceeding 1X105 viral
particles per producing cell.316 The high yield and a high tolerance for the virus allows for
clinical dosing strategies to achieve these high infectivity requirements, circumventing the
relative inefficiency of functional transduction on a per particle basis.
Whilst the precise mechanism of AAV infection is not fully elucidated, many aspects of
the infection pathway are well characterised. AAV typically binds to a cell surface receptor
via exposed residues on a threefold protruding external axis of the icosahedral capsid.
The precise binding locations vary by serotype.328–330 After binding, AAV particles are
endocytosed, prevailing evidence suggesting this is largely a clathrin dependent
process.331,332 They are then transported within the endosome via the trans golgi network
along microtubules in a unidirectional manner towards the nucleus.333,334 Once the
endosome reaches the perinuclear region, it undergoes acidification, leading to the
exposure of the phospholipase A2 (PLA2) domain in the N terminus of the VP1 protein,
a region that is otherwise conformationally hidden within the capsid. The PLA2 domain
assists in the breakdown of the endosomal membrane allowing the escape of the AAV
particle into the perinuclear cytoplasm.222,335 The AAV virion then enters the nucleus,
likely aided by a number of basic regions in the AAV capsid protein that have homology
to NLSs and are required for AAV infectivity.218,336 Once inside the nucleus the AAV
capsid fully uncoats, and the single stranded AAV genome (WT or recombinant) utilises
the cellular machinery to synthesise a second strand of DNA, converting it into a double
stranded particle. This is an inefficient process and the rate-limiting step to functional
transduction by single stranded AAV vectors.337 Once the viral DNA is in a double
stranded form transcription and translation of the AAV genome can occur. Alternatively,
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genome transcription can also occur subsequent to intermolecular annealing of a positive
and negative strand, bypassing the second strand synthesis step. Both second strand
synthesis and intermolecular annealing are relatively inefficient. In recombinant selfcomplementary AAV genomes however, a positive and negative strand are contained
within a single AAV particle, and expression of the transgene can be mediated far more
rapidly in the target cell, due to intramolecular annealing of the two strands;338 however,
this is an artificial process that does not occur in WT virus.
A universal receptor for AAV cellular entry, KIAA0319L (also denoted as AAVR), has been
proposed.339 KIAA0319L is expressed broadly across cell types and knockout of this
protein in cells severely abrogates AAV infection across many tested serotypes.339
However, uninhibited infection occurs with a distinct lineage of AAV serotypes in a
KIAA0319L deficient mouse model.340 Furthermore the GPR108 and TM9SF2 proteins
have been shown to be highly conserved entry factors, enhancing the transduction of
serotypes across clades, with AAV5 the only tested natural serotype that does not utilise
GPR108 as a cell entry factor.341,342 There are still many aspects of AAV infection to be
revealed and it is likely other host proteins critical to high efficiency AAV infection will
become elucidated.

1.10 Recombinant AAV production and purification:
A primary concern of the AAV gene therapy field is the production of enough product to
meet clinical need. Therapeutic doses of AAV depend on the target tissue. For retinal
disorders, where AAV is delivered through sub-retinal or intravitreal injection, a far lower
quantity of viral product is required than for larger organs or whole-body administration of

68

the AAV virus. A dose as low as 6e10vg per eye can achieve therapeutic transgene
expression in human patients,343 whereas for whole body directed therapies, viral loads
of up to 2e14vg/kg have been administered.69 To meet production needs for patients
receiving high quantities of AAV, or indeed to expand the patient population for AAV
treatments with lower dosing regimens, a highly efficient viral production system is
essential. Fortunately, production systems can be scaled up to yield sufficient quantities,
although challenges with producing high efficiency AAV still remain. There are two main
production cell lines for generating recombinant AAV at clinical scale; HEK293 based and
SF9 cells.344

1.10.1 HEK293 based AAV production:
HEK293 cells are derived from human embryonic kidney cells transformed with
adenovirus serotype 5.294 The cell line contains a stable insertion of the first approximately
4kb of the adenovirus genome into chromosome 19,127 a sequence containing the E1A
and E1b proteins (NCBI AC_000008.1). HEK293 cells are easy to culture and transfect
and are therefore used in many applications requiring expression of exogenous proteins,
such as protein production, for therapeutic injection; or recombinant adenoviral and
retroviral production, for gene therapy.345–348 Similarly, HEK293 cells can also be
efficiently used to produce AAV for both research and clinical applications.
The HEK293 production method uses a 2 or 3 plasmid system; in which either adherent
or suspension HEK293-derived cells are transfected with AAV viral production
components alongside adenoviral helper genes. Transfected cells are then incubated,
(most commonly at 37°C, 5-10% CO2 neutral pH), in which time AAV replicates prolifically
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in the cells, yielding in the order of 1e5 AAV particles per cell.316 The time of production
incubation prior to harvest ranges from 2-7 days depending on the production setup and
research group.349–351 A common derivative of HEK293 cells containing the SV40 T
antigen (293T) is used routinely for AAV production at the research grade and has been
used to manufacture clinical material.128 The SV40 T antigen facilitates replication of DNA
containing the SV40 origin of replication.352. Removal of the T antigen is now encouraged
by the FDA for clinical gene therapy products, as it is a potentially transformative agent.
Direct removal of the T antigen from these production cells generally results in
dramatically reduced AAV titers.353 However, many adaptations have been made to the
293 cell production system to facilitate large scale production capabilities. For instance,
many early clinical trials in the field used adherent 293 cells to produce recombinant
AAV.354 This provides a 2 dimensional limitation to cell density, as the cells must be grown
in a monolayer. Scale up with adherent 293 cells can be achieved by using cell stacks
that contain multiple layers of culture surface for the cells to adhere to.128,355 This is still
monolayer culture and to overcome this on a larger scale, and maximise usage of
production space, adapting the cells to grow in suspension gives a much higher cell
density and ergo a much higher total yield, if efficiencies on the per cell basis can be
maintained. 293SF cells for instance, which is a clonal cell line developed to operate in
suspension, have been demonstrated to produce high yields of AAV.356 Stable cell line
methods of 293 based production also exist, in which the REP and/or CAP genes are
inserted into the 293 genome and expressed after induction by transient transfection of
the ITR flanked vector genome.357
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Other 293 derivates adapted to various conditions have been demonstrated to provide
useful properties for AAV production. Freestyle 293F cells (Thermo Fisher Cat# R79007)
are an adapted cell line cultured to grow efficiently in serum free conditions. This is useful
to AAV production for the clinic as raw animal derived biological products are advised to
be kept to a minimum in the manufacturing of biological products.358 Expi293F cells
(Thermo Fisher Cat# A14527), are a further derivative of 293F cells and are designed to
grow in denser culture.359 Other 293 cell variants have been developed, like AAV-293
cells (Agilent Cat# 240073), and 293AAV cells (Cell biolabs Cat# AAV100); which both
claim to improve AAV production yields. Given the benefits of improving AAV production
it is likely that additional cell lines catered to aspects of AAV manufacturing will be
developed.

1.10.2 Baculoviral AAV production:
Baculoviridae are a family of large double stranded DNA viruses of between 80 and
180kb.360 Lepidoptera is the most well characterised baculoviral infection host;361
however, baculoviridae have been found in several invertebrate species, including
sawflies and crustaceans.362,363 The baculovirus AAV production system uses the SF9
cell line derived from the Spodoptera frugiperda species of Lepidoptera.364 Infection of
SF9 cells with a baculovirus that contains recombinant expression cassettes has been
used to produce proteins and viral particles since the late 1980s.365 The first system to
implement this system into high efficiency AAV production utilised a baculovirus derived
from Autographa californica to deliver separate constructs containing the REP gene, the
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CAP gene, and the ITR containing recombinant genome. These were delivered to SF9
cells by a triple coinfection.366 All 3 of the key AAV promoters have activity in these cells,
enabling recombinant production to occur.367 However, a problem with this original
system was genome instability, causing loss of the constructs with multiple passages of
the virus, potentially limiting the scale of production.368 A subsequent system used a dual
coinfection configuration in which the REP and CAP genes were contained within the
same baculovirus genome, a setup that produced higher titers and exhibited greater
genetic stability. Other methods to improve the baculovirus system for AAV production
have been developed. One group placed all of the AAV components within a single
baculovirus construct to facilitate efficient production.369 Another developed the ‘OneBac’
system, which contains the AAV REP and CAP genes stably inserted into the SF9 cell
genome. In the OneBac system, expression of REP and CAP is induced only upon
infection with the ITR flanked vector genome containing baculovirus.370 The OneBac
system is scalable due to the ability to easily expand SF9 cells, resulting in high titer AAV.
A second version ‘OneBac2.0’ has been modified to improve the VP1 content of certain
AAV serotypes and decrease baculoviral DNA impurities.371 An additional issue with
earlier generations of baculoviral production is the potential for the capsid proteins of
certain serotypes to be digested by the baculoviral protease v-cathepsin, resulting in
lower activity of the purified product, an issue that can be resolved by the addition of a
protease inhibitor.372 Furthermore, SF9 cells are known to contain an endogenous
adventitious virus called sf-rhabdovirus.373 Whilst unlikely to cause any negative
downstream effects, an Sf9 based cell line with this virus removed (Sf-RVN) has been
developed.374
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AAV produced through baculoviral infection can be purified in a similar manner to that of
the 293 cells system, through TFF and affinity chromatography, and AAV produced in this
manner can efficiently transduce cells. Indeed, the first AAV gene therapy product to
reach commercial authorisation (Glybera for treatment of familial hyperlipoproteinemia)
was produced in a baculoviral cell production system.375 Some groups have reported that
AAV purified from baculoviral systems appears to be less infectious than that produced
by the 293 cell based method. However, at least one group has reported that when
optimisations are made to VP ratios, a greater transducing potency can be achieved using
baculoviral production as compared to 293 cell based.376 Further investigation will be
required analysing the two production methods side by side to determine optimal
conditions.

1.10.3 Other AAV production methods:
Other systems to produce recombinant AAV have been explored and developed. BHK
cells that utilise herpes simplex virus for helper function, have been used to produce AAV
for the treatment of A1AT deficiency in the clinic.377–379 HeLa cells were an original
production option for recombinant AAV, however concerns about clinical grade production
with this cell line existed in part due to the presence of papilloma virus sequences
contained within the HeLa cell genome.380 However, Hela cell derivatives have been
shown to be efficient cell line systems to produce AAV. Hela S3 cells, a derivate that can
effectively grow in suspension culture, were used to produce AAV1 for a clinical trial of
Serc2a delivery to heart failure patients.354 Furthermore, before 293 derived cells became
the standard production line, AAV was often produced in A549 cells381,382 Additionally,
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infectious AAV has also been successfully produced from Saccharomyces cerevisiae.383
It is likely that with future research alternative cell lines will be generated to produce AAV
from, both for academic and commercial purposes.

1.10.4 AAV purification:
Once AAV has been produced in the cell line of interest, it must be harvested and purified
to a high concentration. This processing of the virus can be achieved in several ways. For
research grade quality AAV, simplistic protocols designed to quickly and inexpensively
purify infectious virus can be used. These include precipitation and ultra-centrifugation
based methods,384,385 and vary widely in whether input material is collected from just the
supernatant, just the lysate, or a combination of the two.355,386–389
In the same manner that AAV production within cells must be performed at scale,
purification methods must also be designed for processing of large volumes of virus
containing media and cellular lysates. An initial step in AAV purification is often the
reduction of material volume to an appropriate level for the processes further
downstream. This can be achieved in a couple of ways; Tangential Flow through (TFF)
continually passes material over a high MW filter to retain the virus within a smaller
volume of media.390 An alternative is the use of high MW polyethylene glycol (PEG). PEG
is often used in protein purification and can precipitate AAV out of solution.391 This
precipitate can then either be processed further, by applying it to a gradient
ultracentrifugation step,392 or in the crudest of purification protocols, spun down and
resuspended directly and used for infection.385
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The primary ultracentriguation methods for purifying AAV are the use of sedimentation
gradients. The two main types are the use of a caesium chloride step gradient and
iodixanol. Caesium chloride gradients are typically a 2-stage process. Full particle density
AAV in CsCl solution is approximately 1.4g/ml,393 and so first a step gradient protocol
where two phases, one above and one below the particle density of AAV are layered to
form a single-phase interaction.394 Full particles then sediment at the phase and can be
extracted either for research grade use or for an additional CsCl continuous gradient
sedimentation which improves the purity of the extracted virus.395 The solution of
extracted virus is then dialysed to remove Caesium Chloride, concentrated, filtered and
resuspended. Iodixanol gradients operate on the same principle except the density of
AAV particles in iodixanol is closer to 1.25g/ml and multiple density steps are typically
layered to form the gradient.396 Upon extraction of the virus from the gradient, the AAV
can be concentrated for use without additional steps,397,398 or further purified by
chromatography.399
For clinical grade material, far more stringent and costly purification methodologies must
be carried out to meet the standards of good manufacturing practice (GMP). These often
involve multiple steps of column purification.400 Affinity and anion exchange
chromatography are the primary methods by which this can be achieved. Affinity
chromatography in the context of AAV relates to the capsid proteins. A substance with
binding affinity for the AAV capsid can be used in columns to bind and separate the capsid
from other aspects of the cell lysate and media. This affinity agent can be a peptide, an
antibody, or other agents with AAV capsid specificity.401–404 One particular form of affinity
chromatography useful to the field is the AAVX affinity resin, which is stated to elicit
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serotype independent AAV column purification. The AAVX purification reagent is a
camelid single chain antibody fragment with broad specificity across capsids of different
AAV serotypes.403
The other class of column chromatography routinely used in AAV purification is anion
exchange chromatography. This is a common purification process that yields separation
of the intended product based upon charge. Columns are packed with positively charged
resin that bind to negatively charged particles, the pH is then increased in a gradient to
elute the bound particles from the column. Anion exchange chromatography can be used
to purify many serotypes of AAV,405 and strategies have been developed to use this
method to differentiate between full and empty particles, to yield AAV preps with a higher
proportion

of

expression

cassette

containing

virions.406,407

Size

exclusion

chromatography can also be implemented to isolate AAV particles.408 Often this will be
used as a second step in purification, and indeed two-step column purification of AAV is
relatively common408–411 With the ever-expanding range of AAV serotypes used in the
clinic it is likely that a continued expansion of purification strategies that can either simplify
or optimise purification of AAV will be developed.

1.11 Codon optimisation of AAV delivered transgenes:
Almost all life forms use DNA base triplicates to encode for amino acids. There are 64
codon combinations in total; 61 codon combinations that produce the 20 different amino
acid, and 3 that result in translation termination. This provides some redundancy to the
system, i.e. there are six different combinations of codons that code for leucine, and only
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two amino acids (methionine and tryptophan) that are encoded by a single codon
triplet.412 It has long been apparent that a bias exists within genes and genomes for the
codon triplets that are present.413
It has been shown that by codon optimising recombinant genes to match the highest
codon usage for an organism, expression of recombinant transgenes can be increased
as much as 100 fold.414 Whilst it is easy to comprehend that different organisms have
different usages of each codon, even within a single organism it has been shown that the
expressed genes within a certain tissues have a unique codon bias signature.415 This is
an important consideration for gene therapy. Regarding therapeutic gene delivery, the
benefit to codon optimisation will be situationally dependent, a gene with an already heavy
bias toward preferred codon usage would have less to gain than one with a more
divergent DNA sequence. For the FIX gene, codon optimisation has been demonstrated
to produce a recombinant gene translated with 5 fold increased efficiency as compared
to the WT sequence.416 The benefit of this is that a greater therapeutic effect can be
achieved at a given dose, or indeed in some cases it may end up being possible to lower
the viral dose of a gene therapy vector to achieve a curative phenotype. Attempts to codon
optimise proteins must be carefully considered depending on translational scenario, as
the primary benefit from codon optimisation (increased translation speed), can result in
altered protein conformation despite synonymous amino acid sequence.416
However, there are other parameters besides high expression that must be considered
when codon optimising an expression cassette for an AAV construct. A trial launched by
Baxalta therapeutics that incorporated a high percentage of CpG motifs in order to boost
expression was halted after high dose treatment led to a considerable CD8+ T cell
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mediated clearance of hepatocytes, and concomitant loss of FIX expression that could
not be rescued by steroid administration.417 Studies in pre-clinical models have shown
that a lower CpG genome content in recombinant AAV results in a lower response from
naïve CD8+ T cells, although, conversely, for any capsid specific CD8+ memory T cells
present, a stronger activation is seen with a CpG depleted recombinant genome.133 As
such, the recommendations for codon optimisation of AAV expression cassettes now
include minimisation of CpG motifs.134 A further complicating factor is that simply
matching codon usage to the target tissue may not provide the highest level of expression.
Certain studies have shown that mRNA secondary structure can have a significant effect
on translation efficiency. As such, great care needs to be taken to ascertain the ideal
codon usage pattern of any expression cassette destined for the clinic.

1.12 Unresolved issues for AAV mediated gene
therapy:
AAV mediated gene therapy has now been applied to several genetic diseases. Despite
early clinical successes, there are still many issues to be resolved, of which some of the
most prominent are discussed in this following section.

1.12.1 Serotype:
The ideal serotype to mediate AAV gene therapy for a given context is not a fully resolved
issue. To use the liver as an example: AAV8 has been implemented successfully in
clinical trials, due to its tropism and efficacy post intravenous injection in preclinical animal
models, yet the transduction capability in human and NHP hepatocytes appears to be
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sub-optimal. Comparative studies have been done with mixed results. A directed
evolution study utilising a humanised mouse model showed that a capsid shuffled variant
LK03 resulted in transduction of human hepatocytes approximately 10 fold that of
AAV8.321 Similar approaches have generated other artificial capsid variants that appear
to exhibit enhanced liver transduction.418,419 However, a separate study found that
AAV3b, AAV8, LK03 and AAVrh10 all had similar human hepatocyte transduction efficacy
in mice repopulated with human hepatocytes.420 Other studies have reported conflicting
data, for instance that AAV9 and AAVrh10 are superior at transducing human
hepatocytes,421 or that AAV7 has a higher transducing potential than AAV3b and AAV9.
422

Further research into the ideal serotype for human hepatocyte transduction is clearly

required, although it may take several further independently reproduced studies before
an answer can be settled upon. This same conundrum is present in the field of almost
every target disease from delivery to the cochlea of the inner ear, to heart tissue, to retina.
The iterative process of determining which capsid configuration is most suitable for
specific disease applications is likely to continue for years into the future, and the
production of synthetic serotypes to achieve this is a field unto itself.

1.12.2 AAV and the immune system:
A further unresolved issue within the field is the precise immune response observed after
AAV administration. In several gene therapy trials with intravenous administration, a rise
in liver transaminases (ALT/AST) has been observed.12,69,423 Left untreated a concomitant
loss of therapeutic protein expression can occur.12 This phenotype has been successfully
controlled with the administration of steroids upon the detectable rise in liver
enzymes.12,69,423 However, in at least one clinical trial, treatment with prednisolone was
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insufficient to prevent the loss of therapeutic protein expression present alongside raised
liver transaminases.417 CD8+ T cell responses to both the capsid, and transgene encoded
protein has been observed post infection in animal models and humans.424–426
Additionally the DNA packaged within AAV can trigger the innate TLR9 immune pathway,
stimulating interferon production.427 Recombinant AAV genomes that are CpG rich or are
engineered to be self-complementary (which contain three GC rich inverted repeat
sequences instead of two) have been shown to elicit a greater TLR9 response.428,429
Furthermore, whilst in the liver, the duration of the immune response against AAV
appears to be transient, in a trial designed to treat Alpha-1 Antitrypsin deficiency by
intramuscular injection, evidence of inflammation at the injection site and the presence of
active Tregs and exhausted CD8+ T cells was observed over 5 years post infection, which
the authors claim to be evidence of a tolerogenic effect post AAV treatment.430
Once a patient has been treated with AAV they will seroconvert, generating antibodymediated immunity against AAV. In the clinical trial setting, the presence of high titer
neutralizing antibodies against the AAV capsid has been seen long term post treatment
infusion.13 In the context of gene therapy, this leads to a ‘one and done’ situation; once
an AAV gene therapy treatment has been given, a repeat administration of AAV of the
same serotype is not possible under normal conditions. Groups have worked extensively
to circumvent this problem; Multiple administrations of AAV in preclinical models have
been achieved through immune modulation strategies.431–433 One prominent example of
this is the coadministration of rapamycin containing particles which allows for multiple
administrations with the same AAV serotype in primates.434
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The issue of pre-existing immunity against the AAV capsid is another considerable barrier
to the applicability of gene therapy. The natural infection of humans by AAV yields a
considerable portion of the human population exhibiting humoral immunity to AAV
capsids. Pre-existing antibodies to AAV exist in humans worldwide and depending on
serotype can be present in as much as 70% of the population.120,121 Even artificially
generated capsid serotypes that do not exist in natural settings have this issue, with one
UK based study showing approximately 25% population seroprevalence against LK03, a
capsid generated artificially by directed evolution.321,435 Furthermore, cross reactivity
across serotypes of certain anti-AAV antibodies could preclude merely treating with a
different AAV serotype from being a viable option.436 This would significantly reduce the
eligible patient population to receive AAV based gene therapy. Work to circumvent preexisting immunity to AAV has yielded the development of capsids designed to evade the
humoral response,437 and a method to remove AAV specific antibodies from the blood
plasma via plasmapheresis have been developed.438 Understanding the immune
response against AAV in its entirety will be essential to determining the full safety profile
of this virus as a mass market gene therapy agent.

1.12.3 Dose limits and AAV toxicity:
Related but distinct from the issue of the immune response against AAV administration
is the issue of the upper limit of AAV dosing. Successful systemic administration has been
achieved at doses in excess of 1e14vg/kg69. Yet, preclinical studies have suggested that
these high doses could yield significant toxicities in large animal models.439 This has been
compounded by the recent deaths in patients treated for X-linked myotubular myopathy.
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Significant liver toxicity and subsequent sepsis was observed after a dose of 3e14vg/kg
in multiple patients.440 In this case, the livers already exhibited significant pathology prior
to infusion. There is a need within the field to determine and set dose limits regarding
AAV, perhaps dependent on the nature of particular genetic diseases, and to examine
how to reduce dosing wherever possible without sacrificing therapeutic benefit.

1.12.4 Integration of AAV:
AAV is largely considered to be an episomal vector and has been detected in a wide
variety of tissues in both animals and humans.227,441 In the WT setting AAV has a distinct
integration pattern. There are 3 characterised AAV preferential integration hotspots for
WT AAV2 in the human genome. The best characterised site is AAVS1 positioned on
chromosome 19q13.42,442–445 a site only known to exist in humans and higher order
primates.446 However, additional preferential integration sites have been identified at
chromosomes 5p13.3 and 3p24.3, denoted as AAVS2 and AAVS3 respectively,447 and
an ortholog to AAVS1 has been identified on chromosome 7 of the mouse genome.448
These sites all contain GAGC repeat elements homologous to the REP binding sites
present in the AAV genome (Fig. 1.8). The WT AAV5 virus, the most divergent of the
naturally recovered AAV virus, however, has a characterized integration profile over 99%
distinct from AAV2, and favours transcriptionally active GAGC repeats in intronic
regions.449 These targeted integration events are REP protein dependent and driven.
Recombinant AAV does not contain the large form REP proteins to direct integration
towards GAGC repeat sites. There have been numerous studies now looking at the profile
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of recombinant AAV integration in both preclinical and clinical samples that suggest a
more randomised profile of integration events, although still favouring transcriptionally
active regions.450,451 A primary concern for the field, particularly after the fatal events in
gene therapy trials using other delivery mediums, is whether AAV integration could
contribute to a tumourigenic event. There have been a couple of studies in hepatocellular
carcinoma patients linking WT AAV integration to oncogenesis.452,453 In the recombinant
setting, significant concern was generated after publication of a preferential integration in
the RIAN locus on chromosome 12 resulting in HCC formation after neonatal injection of
AAV in mice. However, whilst upregulation at the orthologous locus in human results in
promotion of HCC, the precise signal sequence for this integration event in miR341 does
not exist in the human ortholog of the locus.454–456

1.12.5 AAV vector purity:
Another significant challenge to the AAV gene therapy field is that of AAV prep purity. In
the context of wildtype AAV, particles that did not contain full length viral genomes were
noted in an early study of the virus.457 When producing virus for clinical applications, the
primary features of interest are viral yield and efficiency of transgene expression.
However, purity of recombinant AAV is also a major concern due to how the virus is
produced. Contamination of AAV preparations can arise in several ways. Firstly, protein
contamination from the producer cell lines has been shown to impact therapeutic
transgene activity post infection.395 However, this concern is more applicable to research
grade material, often performed by non-optimized ultracentrifugation methods. Clinical
production of AAV to GMP standards requires more stringent purification methods, and
host cell protein in preps is less. Secondly, AAV capsids do not require the packaging of
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full viral genomes. In fact, the majority of AAV particles in a purified prep are nonexpression cassette containing, i.e. empty capsids. These virions increase the viral
antigen load of the administered virus but cannot provide a transducing genome. Often
purified AAV will comprise up to 90% empty capsids, although certain purification
methods can be employed to alter this ratio towards a higher level of full capsid
particles.458,459 There is disagreement within the literature about whether these empty
capsids are detrimental to therapy administration or can be beneficial.460 Some reports
have shown that the presence of empty particles inhibits the transduction efficiency of the
expression cassette.406,461 One group however posited that empty capsids could be
beneficial to gene therapy by developing a capsid mutant unable to enter host cells and
adding these empty particles into an AAV prep to shield the transgene containing particles
from humoral immunity.462 Early studies of the virus also revealed heterogeneity within
DNA containing particles, with DNA genome lengths ranging between 3% to 100% of the
viral genome packaged, with shorter DNA fragments biased towards containing the
inverted repeat sequences at the terminal end of the genome.393 The issue of truncated
vector genomes can also be exacerbated by the presence of secondary structure forming
sequences within the ITR flanked expression cassette, including shRNA and sgRNA
sequences.463,464
DNA contamination of the purified AAV can also occur; host cell DNA from the production
cell line and DNA from the transfected producer plasmids can be found in purified AAV
preps. Any contaminant DNA found outside of the viral particles can be readily removed
in the purification process by enzymatic digestion. However, contaminant DNA fragments
inside of the viral particle would be shielded from digestion, and therefore more difficult
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to remove in the purification process. Previous studies have examined DNA
contamination in AAV preps and have identified contaminating non expression cassette
sequences from the producer plasmids and host cell DNA in purified AAV, in both 293
cell based and baculoviral AAV production methodologies.465–468 It has been posited that
at least a portion of this is due to ‘reverse packaging’ of the backbone DNA from the ITR
containing expression cassette plasmid, and that this source of contamination can be
reduced by increasing the backbone size of the expression cassette plasmid to over 5kb,
as this exceeds the packaging capacity of AAV.466 Another concern for the field is that the
presence of contaminating sequence could yield to the production of replication
competent AAV particles (rcAAV) post gene therapy. This concern was fuelled by the
observation that REPCAP particles could be packaged in the absence of the inverted
terminal repeats, albeit at low levels.469 One approach to tackle this has been the
development of ‘captron’ vectors. These are REPCAP plasmids in which the capsid gene
of AAV is interrupted by a large intron, such that AAV can be produced normally but the
entire capsid DNA sequence cannot be aberrantly incorporated into a single AAV
particle.470 Another is the physical separation of the REP and CAP genes onto different
plasmids to form a “split packaging system” that can improve yields and yield AAV with
rcAAV below detection limits.471

86

1.13 Aims of the project:
The research in this thesis will focus on contaminating DNA within AAV originating from
the producer plasmids with two specific goals:
1. To characterise the profile of contaminant DNA sequences originating from AAV
producer plasmids and assay their activity in cells post infection.
2. To develop a novel design of the AAV production plasmid system that will reduce
producer plasmid related DNA impurities from AAV preparations.
Potential impact: The stated objectives could yield a greater understanding of
determinants of AAV purity and key considerations with regards to vector design for
clinical decision makers. Additionally, this work could further optimise the AAV vector
toolkit to produce a higher purity product in a way that could be implemented to the AAV
field in both the research and clinical setting.
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Chapter 2

General Methods
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2. General Methods:
2.1 Plasmid storage:
Plasmid constructs were kept in glycerol stocks. 100% Glycerol (Millipore Sigma Cat#
G5516) was diluted to a working mixture of 50% glycerol with ddH20. Glycerol stocks
were made with a 50:50 mixture of 50% glycerol and bacteria cultured in NZY media
(Fisher Scientific Cat# BP24652) containing the desired plasmid. Plasmids were stored
in stbl2 Max competency cells (ThermoFisher Cat# 10268019) and SURE2
Supercompetent cells. (Agilent Cat# 200152)

2.2 Plasmid purification:
Plasmids were grown in NZY media for 16 hours under either Kanamycin or Ampicillin
selection. Plasmid purification from 6 well plate AAV production was performed by
miniprep kit (Qiagen Cat# 27106) Plasmid for large scale AAV production was performed
by Caesium Chloride gradient centrifugation. (See Appendix 1)

2.3 Construct Cloning:
Vector and insert gene fragments were digested overnight by restriction enzymes from
New England Biolabs in CUTSMART buffer (New England Biolabs Cat# B7204S) at 37°C
with shaking. Digested vector backbones were 5’ phosphate removed by Calf Alkaline
phosphatase (New England Biolabs Cat# M0290) for 30 minutes. Digested plasmids were
run on a 1% agarose gel containing 0.01% Ethidium bromide to separate the required
fragments. Gel bands were extracted under UV light using a razor blade. Extracted
fragments were gel extracted using a commercial kit (Qiagen Cat# 28706), and bands
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were eluted in 35µL ddH20. Vector:insert ligation reactions were prepared at a 1:3 ratio
and constructs were ligated together using T4 ligase (Promega Cat# M1801) overnight at
4°C. Ligations reactions were transformed into stbl2 Max competency cells
(ThermoFisher Cat# 10268019) and spread onto either Kanamycin resistant or Ampicillin
resistant LB Agar plates. Colonies were picked and verified by digest for both size and,
for AAV vector plasmids, ITR integrity. Successful ligations were validated by full plasmid
illumina sequencing (Harvard biosequencing) prior to viral production.
P5 replacement promoter variants were cloned into the CR21AAV2_8 backbone by Not1
+ Sal1 digest. P5-HS5 variants were cloned into CR21AAV2_8 backbone by Not1 + Sal1
digest. P5-HS5 variant was cloned into

2.4 PCR:
2.41 AAV particle PCR analysis:
Purified AAV2/8scLP1hFIXco was analysed by PCR to determine the presence of
contaminant DNA in viral preparations. 50µL reactions were prepared in 0.2ml tubes.
AAV2/8scLP1hFIXco virus or pAV2/8scLP1hFIXco plasmid at 5e8 vg or ds copies
respectively were used as template DNA in each sample. 1µL of each primer (3µM), 1µL
10mM dNTPs (NEB cat# N0447S), and 5µL of Taq polymerase (NEB cat# MO273).
Samples were made up to 50µL with DNase and RNase free ddH20 (ThermoFisher cat#
10977015). The PCR machine was heated to 95°C for 5 minutes and samples were
thermocycled 35X; 95°C for 15 seconds 55°C for 30 seconds; 72°C for 90 seconds,
followed by a 120 second 72°C final extension phase and a 12°C indefinite hold. PCR
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products were run on a 3% agarose gel and analysed in a Gel documentation system
(Proteinsimple AlphaImager HP).

2.42 Genomic RNA extraction for PCR:
Mouse livers were harvested from mice infected with AAV, snap frozen in liquid nitrogen
and stored at -80°C. To extract genomic RNA, frozen livers were pulverised with mortar
and pestle, treated with RNASE free DNASE (Promega Cat# M6101) and purified by a
commercial kit. (Qiagen Cat# 74104). Samples were quantitated for RNA by a NanoDrop
OneC spectrophotometer (ThermoFisher). Whole liver RNA was converted to cDNA with
random hexamer reverse transcription. 1µg of RNA was converted to cDNA using the
Superscript III first strand synthesis system (Invitrogen). After cDNA generation 1µL of
RNASE H, incubated at 37°C for 29 minutes and stored at -20°C.

2.43 Genomic RNA PCR:
For PCR analysis of genomic RNA 500ng of purified mouse liver genomic cDNA was
loaded into 0.2ml tubes and subjected to 35 cycles of amplification at 95°C dissociation,
55°C annealing, 72°C extension. Plasmid DNA from the AAV2_8REPCAP was used as
a

positive

control.

Kanamycin

ATGATTGAACAAGATGGATTGCAC;
Ampicillin

resistance

resistance
Reverse:

transcript

transcript

primers

-

Forward:

GAAGAACTCGTCAAGAAGGCG;
primers

–

Forward:

ATGAGTATTCAACATTTCCGTGTCGC; Reverse: CCAATGCTTAATCAGTGAGGCAC.

2.44 Quantitiative PCR:
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2.44.1 DNA Standard preparation:
Standards were prepared from AAV production plasmids. Plasmids were linearised by
restriction digest and purified by phenol chloroform extraction. Purified standards were
resuspended in TE buffer (Promega Cat# V6231) to a concentration of 1e9 DNA copies
per µL. Serial dilutions of 1:10 were made in ddH20 (Thermo Fischer Cat# 10977015) +
0.005% Pfu68 (Gibco Cat# 24040032). Standards of 5e8-5e4 were used for the assaying
of purified AAV. Standards of 5e6-5e2 were used for the assaying of crude AAV from
small scale (6 well) production. For vector genome plasmid analysis the plasmids
pAVssHLPhFVIIIv3, pAVscLP1hFIXco+helpv3, and pAVssCMV_GFP were used as
standards for FVII, FIX and GFP titer analysis respectively. For REPCAP contamination
analysis AAV2_8REPCAP was used as a standard.
2.44.2 Master Mix Preparation:
Master mix for qPCR reactions were made up to contain (per sample) 12.5µL SYBR green
(Applied Biosystems Cat# 4309155), 0.075µL of 100µM forward primer (IDT), 0.075µL of
100µM reverse primer, and 7.35µL ddH20 (Thermo Fischer Cat# 10977015).
2.44.3 Loading and analysis:
20µL of master mix and 5µL of sample or plasmid standard were loaded into individual
wells of a 96 well plate (Applied Biosystems Cat# 4306737) and run on an Applied
Biosystems 7500 Realtime PCR machine. (Cat# 4351107) Amplicon values were
calculated against the curve generated by DNA standards to determine copy number of
either expression cassette or contaminant amplicons.
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2.5 Cell culture:
Cell lines were cultured in DMEM media (Corning Cat# 15-013-CV) supplemented with
10% FBS (GE Hyclone Cat# SH30071.03) and 2mM L-glutamine (Corning Cat#25-005CI), referred to herein as D10 media. Cultured cells were incubated at 37°C 10% CO2.
Cells were passaged by the aspiration of media, followed by a wash with Phosphate
buffered saline without calcium or magnesium (Lonza Biowhittaker – Cat# 17-516F) and
addition of trypsin (Corning Cat#25-052-CI) for 5 minutes. Trypsinised cells were
neutralised by D10 media and split to the required concentration into a D10 containing
flask or dish. More sensitive cell lines were spun at 400g for 5 minutes and resuspended
in D10 to remove trace trypsin. All cell lines used were identity confirmed by STR analysis
and tested negative for mycoplasma.

2.6 AAV production:
Adherent 293T cells (ATCC CRL-3216) were used for all AAV production.

2.61 Large scale AAV production:
AAV8 FIX and FVIII viruses were produced by 2 plasmid transfections in CellSTACK
culture chambers (Corning Cat #CLS3271) Prior to transfection adherent Human
embryonic kidney (293T) cell line (ATCC CRL-3216) were cultured in DMEM (Lonza Bio
Whittaker Catalog# 12-733Q) supplemented with 10% Fetal Bovine Serum (Fisher
Scientific Catalog# SH3007103) and 2mM L-Glutamine (Corning Catalog# MT25005CI)
at 37 ˚C 10% CO2.
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Transfection plasmids were as follows: A REP-CAP plasmid with AAV2_8 was used to
provide the replication and capsid genes.

scLP1hFIXco+helpV3 provided a self-

complementary FIX expression cassette and adenoviral helper genes. ssHLPhFVIIIv3
provided a single stranded FVIII expression cassette with adenoviral helper genes. A full
list of virus preparations and production plasmids is included in the supplemental data.
Transfection plasmids were resuspended in DMEM and passed through a 0.2µM filter
into DMEM containing PEIpro (Polyplus Cat# 115). DNA-PEI mixture was inverted 5X,
incubated for 15 minutes, and mixed with 800ml of media from CellSTACK culture
chamber. Transfection mixture in media was then poured back into CellSTACK culture
chamber and incubated at 37˚C 10% CO2. Supernatants were harvested 7 days post
transfection and concentrated to between 15-30ml using a multi-manifold of Pellicon XL
50 cassettes (Millipore-Sigma Cat# C1974). Concentrated supernatants were treated with
Benzonase 25 units/ml (Millipore-Sigma Cat# E1014) in presence of 1mM MgCl2 at 37°C
for 1hr. Treated supernatants were passed through a 0.2µM filter, diluted in PBS and run
on through a POROS CaptureSelect AAVX resin (Thermo Fisher Scientific Cat#
A36740). Flow rate on column was set to 2ml/min. Column was equilibrated with 5
column volumes (CV) PBS pH7.4, AAV diluted supernatants applied to column. The
column was then washed with 15CV PBS pH7.4 and eluted with 5CV of 0.1M
Glycine-HCl, pH2.7 followed by 5CV of PBS pH7.4. Elution fractions of 4 ml were
collected. Fractions were titered by qPCR and peak fractions were combined. Eluted AAV
was concentrated by 100KDa Amicon filter (Millipore-Sigma Cat# C7715) and 0.25% rHA
was added to the formulation. Virus was stored at 4°C short term and at -80°C long term.
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2.62 Small scale AAV production:
293T cells were seeded in 6 well plates at a concentration of 800,000 cells per well. 24
hours after seeding cells were transfected with AAV production plasmids. In the context
of FIX and FVIII 2 plasmid transfections were used.

2.7 AAV preparation for titer and contaminant analysis:
2.71 From small scale production tests:
2µL of Supernatant from 6 well plate small scale AAV production was pre-treated with
500U DNASE1 in NEBuffer3 (1X) in a reaction volume of 100µL. AAV were incubated at
37°C for 1 hour. Reactions were neutralized with 2µL 0.5M EDTA pH8 and incubated at
98°C for 10 minutes. Solution was cooled and capsid proteins were denatured via addition
of 2µL 10% SDS, 2µL of 20mg/ml proteinase K (Ambion Cat# AM2546) and incubation
at 55°C for 1 hour. Proteinase was inactivated at 98°C for 1 hour and 94µL of 0.01%
Pfu68 (Gibco Catalog# 24040032) was added. Samples were then diluted 100-fold
in ddH20+0.01%Pfu68 to yield a total dilution of e-4 and analysed for production
efficiency and contaminant amplicons by quantitative PCR on an Applied Biosytems
7500 machine.

2.72 From column purified AAV:
Large scale, column purified preps were serially diluted in ddh20 to yield a total dilution
of e-4 and analysed for production efficiency and contaminant amplicons by
quantitative PCR on an Applied Biosytems 7500 machine.
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2.8 In Vivo AAV injections:
For circulating protein experiments C57Bl/6 mice were injected by tail vein with 2e10vg
of AAV in 100µL Phosphate buffered saline with 0.05% Pluronic acid. For high dose AAV
contamination experiments C57Bl/6 mice were injected with 4.11e11vg in 100µL
Phosphate buffered saline with 0.05% Pluronic acid.

2.9 ELISA:
20µL of plasma collected from CBL57/BL6 mice was used to assay for circulating protein
levels. Circulating FIX protein was assayed by Asserachrom IX:Ag Enzyme immunoassay
for FIX (Diagnostica stago Cat# 00943).

2.10 Western blot:
100µG protein was extracted from CBL57/BL6 mice or 40µG of protein extracted from
Sure2 Competent E.Coli and separated by SDS-PAGE on 4-12% gels (Invitrogen
NP0321PK2) in 1X running buffer (50ml 20X running buffer Invitrogen Cat# NP0002) +
950ml ddH20). Separated protein was transferred onto nitrocellulose membrane in 1X
transfer buffer (50 ml 20X transfer buffer (Invitrogen Cat# NP0006)) Membranes were
blocked for 30 minutes in 5% milk in PBST (100ml 10XPBS (BioWhittaker Cat# 17-517Q)
+ 900ml ddH20 +800µL Tween20 Cat# 85113). Blots were probed overnight at 4°C with
either Anti-Neomycin Phosphotransferase 2 antibody (4B4D1) ab60018 or Anti-Beta
Lactamase antibody (8A5.A10) (Abcam Cat# ab12251). Blots were washed 3X in PBST
and incubated in Rabbit anti-mouse IgG secondary antibody (Abcam Cat# ab6728) for 1
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hour. Blots were washed 3X in PBST, treated with enhanced chemiluminesence substrate
(Thermo Scientific Cat# PI32106) and imaged on autoradiogaphy film (Thomas Scientific
Cat# A8805).

2.11 FISH:
2.11.1 Probe preparation:
DNA for probes was prepared from plasmid DNA purified by a commercial kit. For
samples that required specific sequence regions, plasmid DNA was digested overnight.
Digested DNA was run on 1% agarose gel. Region band of correct size was extracted
and purified by Qiagen kit. Purified DNA was then diluted, phenol chloroform extracted to
increase purity, and resuspended in ddH20. Denatured probes were prepared by nick
translation and resuspended in buffer consisting of 50% formamide, 2X saline-sodium
citrate, and 10% dextran sulfate.472

2.11.2 Slide preparation – cell lines:
Cell line samples were media aspirated, washed in 1XPBS, treated with trypsin and
incubated for 5 minutes at 37°C 10% CO2. Trypsinised cell solution was neutralised with
D10 media and spun down at 400g for 5 minutes. Cell sample was resuspended at
between 50,000-100,000 cells total in 140µL 1XPBS. Cell resuspensions were
transferred into a cytospin sample chamber and spun down at 400g onto glass cytospin
slides (ThermoFisher Cat#5991059) using a cytospin cytocentrigfuge (ThermoFisher
Cat# A78300003). Slides were incubated in 1% PFA in PBS + 0.05% NP-40 (MP
Biomedicals Cat# RIST1315) for 5 minutes, then in 1% PFA in PBS for 5 minutes, and
then in 70% EtOH for 5 minutes before transfer to storage in 70% EtOH at -20°C.
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2.11.3 Slide preparation – Mouse liver:
Fresh liver samples were cut with a razor blade to expose a fresh edge and touched onto
slides (Thermo-Scientific Cat# 5991051). Slides were incubated in 1% PFA in PBS +
0.05% NP-40 (MP Biomedicals Cat# RIST1315) for 5 minutes, then in 1% PFA in PBS
for 5 minutes, and then in 70% EtOH for 5 minutes before transfer to storage in 70% EtOH
at -20°C.

2.11.4 Slide treatment RNA FISH:
Fixed slides were RNA hybridized by dehydration in EtOH. Slides were sequentially
treated for 2 minutes each in 70%, 80%, and 100% EtOH solutions. Slides were then
dried and probed for either expression cassette RNA or contaminant RNA. Denatured
probes were prepared by nick translation and resuspended in buffer consisting of 50%
formamide, 2X saline-sodium citrate, and 10% dextran sulfate.472 Probe was applied to
slides and hybridized at 37⁰C overnight. Slides were then washed in 50% formamide and
2X saline-sodium citrate at 37⁰C for 5 minutes. Slides were mounted in Vectashield
mounting medium. RNA FISH images were collected and analysed as previously
described.418
For sequential DNA-FISH, slides were treated in 4% PFA, 0.5% tween 20, and 0.5% NP40 for 10 minutes at RT, and then treated in 0.2N HCl, 0.5% triton X 100 for 10 minutes
on ice. Following fixation, slides were denatured in 70% formamide 2X saline-sodium
citrate at 80⁰C for 10 minutes. Slides were then dehydrated in a graded alcohol series for
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2 minutes each as for RNA FISH. Denatured probe (same labelled DNA as was used for
RNA detection) was then applied to the slides and hybridized overnight at 37⁰C.472
Washing and mounting of slides is the same as for RNA FISH. DNA FISH images were
collected and analysed as previously described.418

2.12 IHC:
Fresh CBL7/BL6 mouse liver was cut with a scalpel and placed into a plastic cassette.
Liver tissue was fixed by submerging in formalin. Slides were cut into 4µm sections and
stained for the presence of GFP protein.

2.13 Alkaline gel:
Virus samples were run on 0.8% alkaline gels. Alkaline running buffer (50X) was a
solution of 2.5M NaOH and 0.5M EDTA. Gels were prepared by adding 1.2g Agarose
(Invitrogen Cat# 16500100) to 147ml ddH20. Solution was heated to dissolve agarose.
3ml of 50X Alkaline running buffer was added to dissolved solution and mixed. Solution
was cooled to 50°C and poured into a gel tray with comb. Viral samples were prepared
to required concentration by diluting in PBS to a volume of 62.5µL. 21.5µL of 4X Alkaline
loading buffer was added to viral sample (20% glycerol (Millipore Sigma Cat# G5516)
1.2% SDS 4X Alkaline running buffer 1.75mM Alizarin Yellow (Millipore Sigma Cat#
206709) in 4X Alkaline running buffer.) Viral samples were run on gel for 18 hours at 15V.
Gels were neutralised in neutralisation buffer (0.1M Tris-HCL pH8.0) for 1 hour.
Neutralisation buffer was discarded, and gels were stained in staining buffer (1X GelRed
(Biotium Cat# 41003) 0.1M NaCl) and imaged on a Gel documentation system
(Proteinsimple AlphaImager HP).
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2.14 FLOW:
2.14.1 Preparation of cells for GFP FLOW:
Media was aspirated from cells in a 24 well tissue culture plate and rinsed with 1XPBS
(Lonza Biowhittaker – Cat# 17-516F). 150µL of 0.5% Trypsin (Corning Cat# 25-052-CI)
was added to each required well. Plates were incubated at 37°C 10% CO2 for 5 minutes.
Trypsin was neutralised with 1ml D10 media. Neutralised cells were transferred to FACS
tubes (Corning Cat# 352054). 2ml PBS was added to each tube and tubes were
centrifugated at 400g for 5 minutes. Supernatant was aspirates and 3 ml of PBS added
to each tube. Tubes were again centrifugated at 400g for 5 minutes. Supernatant was
removed and cells were resuspended in PBS. Tubes of cells were placed on ice until
being run on a BD LSR Fortessa FACS machine.

2.14.2 FLOW:
Cell samples for FLOW were run on a BD Fortessa. 10,000 events were collected per
sample. FCS files were analysed by FLOWJO v10.

2.15 Next generation sequencing:
2.15.1 AAV prep DNA seq analysis:
1e11vg AAV genomes were diluted in PBS to a volume of 200uL and capsids were
denatured at 95°C for 15 minutes. Samples were cooled on ice and 117µL of 100%ETOH
was added to precipitate DNA. Viral DNA was extracted with a QIAamp MinElute Virus
spin kit (QIAGEN Cat# 57704) and eluted in 25µL ddH20. Purified DNA fragments were
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then subjected to NexteraXT DNA sequencing using 10 million paired end reads 100bp
in length. Sequencing reads were then mapped back to the AAV production plasmids.

2.15.2 Genomic DNAseq analysis:
Purified gDNA was library prepped and submitted to NexteraXT sequencing HiSeq 100
million reads. CBL57Bl/6 specific reads were removed, and remaining sequence reads
were mapped back to producer plasmids and analysed by IGV and circos to form
contamination plots.

2.15.3 Genomic RNAseq analysis:
Whole

liver

RNA

from

C57Bl/6

mice

injected

with

AAV8scLP1_hFIXco

or

AAV8ssHLP_hFVIIIv3 were subjected to high throughput RNA sequencing. cDNA
libraries were constructed from total liver RNA. Sequencing reads matching the C57Bl/6
mouse genome were removed and the remaining sequences were mapped against the
production plasmid sequence constructs.

2.16 Schematics, Graphs and statistical analysis:
Schematics, image and figure assembly were performed in Adobe illustrator creative
cloud. Image brightening was performed on Adobe Photoshop Creative cloud. Graphs
and statistics were generated in Graphpad prism 8.0. All error bars represent Standard
error of the mean (S.E.M.)
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Chapter 3

Presence and post infection activity of
adeno-associated virus DNA
contaminants
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3. Presence and post infection activity of adenoassociated virus DNA contaminants
3.1 Introduction:
Adeno-associated virus is an invaluable tool for the clinical implementation of gene
therapy. A contributing factor to the widespread use both of AAV in emerging clinical trials
and in preclinical research worldwide is the ease of production using materials common
to biological science laboratories. In a matter of weeks, a research team can produce,
and purify recombinant virus to test the efficacy of gene delivery on a disease model of
interest. For clinical grade production these same techniques are used, albeit with greater
scale and stringency. This means that an exploration of the AAV production system at the
research grade level can lead to insights that translate into the improvement of clinical
production techniques. Factors influencing vector yield are always desirable to reducing
production costs and are very important to the advancement to the field. Another facet of
the AAV production system that is equally important is product characterisation. Gene
therapy has had a storied history with unintended consequences, that at one point
tempered wider enthusiasm for the modality altogether.473,474 As the clinical expansion of
AAV continues to greater patient numbers and types of diseases, it is imperative for the
field to research potential downstream effects or unintended consequences of AAV
delivery in a proactive manner. One such area of research is the packaging of
contaminant nucleic acids that are not part of the designed expression cassette. This
chapter aims to examine contaminant DNA sequences in AAV in greater detail than prior
studies, focusing on the influence of the AAV producer plasmids and to examine any
activity that contaminant sequences exhibit post AAV infection.

103

3.2 Results:
3.2.1 AAV vectors contain a distinct DNA contamination profile from producer
plasmids.
Previous research into DNA contaminants of AAV has shown that sequences from the
plasmid backbone are detectable in purified preps.465–468 Despite this, relatively little
research has been done to elucidate the causes and effects of this contamination. To
assay whether contaminating sequences outside of the ITRs in the vector plasmid were
present in purified AAV preps that utilised a large plasmid backbone, a PCR strategy was
designed. Primers were designed to amplify regions in the vector plasmid backbone (Fig.
3.1). Amplicons corresponding to a sequence in the kanamycin resistance gene and a
region in the plasmid 9kb from either ITR were detected in purified AAV8scLP1hFIXco
(Fig. 3.1). To examine if these DNA contaminants were within the capsid, a forward primer
was designed to span the ITR-backbone junction and read out into the plasmid DNA
backbone. A series of reverse primers at increasing distances from this junction were also
designed (Fig. 3.2). PCR amplification of the target amplicons was performed on purified
AAV8scLP1hFIXco in the presence or absence of DNaseI in AAV with intact or denatured
capsids (Fig. 3.2). Amplicon sequences reading out to 721bp were detected with or
without DNaseI treatment when capsids were intact. The 1kb amplicon was not detected
in the intact capsid samples, which could be due to either lack of presence or lack of
template amplification under the reaction conditions. When capsids were denatured
however, contaminant amplicons were only detected in the untreated sample, suggesting
that contaminant DNA species of large size from the AAV production plasmids are present
within the AAV capsid, and therefore at risk of transfer to infected cells.
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Now that the presence of contaminant sequences in AAV had been identified, the next
step was to determine whether certain sequences would be packaged at a higher rate
than others. There are 3 REP binding sites in the WT AAV genome. In normal AAV
replication these REP binding sites serve as initiation points for AAV genome replication,
in each inverted terminal repeat sequence, and in the P5 promoter. We hypothesised that

sequences near these REP binding sequences would be packaged into AAV at higher
rates than sequences at greater distances. In the recombinant system used to produce
this virus, these inverted terminal repeats remain flanking the expression cassette of
interest, whereas the P5 promoter is used to drive REP78 and REP68 protein expression
in trans. These elements were transfected along with the required adenoviral helper
genes into the 293T producer cells to produce recombinant AAV (Fig. 3.3).
To assay the abundance of contaminant sequences in purified AAV, primers to generate
amplicons reading into the vector backbone of the ITR containing expression cassette
plasmid were designed (Fig 3.4.a-b). Purified AAV8scLP1hFIXco was analysed for the
presence of contaminant backbone sequences. Amplicons close to the examined ITR
were present at greater levels than those further from the ITR sequence in a distance
dependent manner (Fig 3.4.e). The P5 promoter contains a REP binding site with a GCTC
binding motif. In the context of AAV replication this site allows transactivation of the P19
promoter through positioning of the YY1-60 site in proximity to P19.175 To examine if
contamination was also initiated upstream of the P5 promoter, a series of amplicons at
increasing distance from the P5 promoter were designed (Fig 3.4.c-d).
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Contaminant

presence

was

analysed

by

qPCR

in

AAV8ssHLPhFVIII

and

AAV8scLP1hFIXco. In both cases sequences close and upstream to the P5 promoter
were present at greater levels than sequences at greater distance from P5 (Fig 3.4.e). To
verify the contamination phenotype upstream of P5 and outside of the ITRs across
different production runs; 3 individual preps of AAV8ssHLPhFVIII were assayed for 3
different contaminant amplicons, approximately equidistant from the hypothesised
contamination initiation points. (Figure 3.5).
A further analysis of contaminants upstream of P5 was conducted on purified
AAV8scLP1FIXco. When qPCR amplicons at different distances from P5 were analysed,
the relative amount of incorporation seen decreased with distance from P5. (Figure 3.6.ac). To ensure this was a phenotype related to the presence of the P5 promoter, a
REPCAP configuration in which the P5 promoter was moved approximately 2kb
upstream, so It was directly downstream of the CAP gene, was used to produce
AAV8scLP1FIXco.

In this ‘P5 moved’ configuration, the percentage of CAP gene

contamination detected by qPCR went up, whereas the sequences that were no longer
upstream of P5 declined (Figure 3.6.d-g). These amplicons were designed in such a way
that the closer and further amplicon in each setup was equidistant to the closer and further
amplicon in the converse setup. In both preps there is a visible decrease between the
close and far amplicon in each setup, and that the ‘P5 moved’ configuration appears to
have a lower level of contamination at the closer amplicon than the original P5
configuration.
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To verify the DNA contamination profile identified by qPCR, AAV preps were DNA purified
and submitted for next generation sequencing. Once sequencing was complete, reads
were mapped back to the producer plasmid sequences (Fig. 3.7). As expected, most
reads mapped to the ITR flanked expression cassette. A significant number of reads were
also detected that mapped to non-expression cassette producer plasmid sequences. In
the AAV8scLP1hFIXco prep 98.1% of the sequence reads mapped to the expression
cassette and 1.9% of the reads were contaminants (Fig. 3.7.a). Of these contaminant
sequences 1.56% mapped to the vector genome plasmid and 0.33% mapped to the
REPCAP plasmid. From these 0.33% REPCAP plasmid reads 0.01% mapped to the REP
gene of AAV2 and 0.32% mapped across the rest of the plasmid (REPCAP_Rest). In the
AAV8ssHLPhFVIIIv3 prep 87.04% of the sequence reads mapped to the expression
cassette and 12.96% of the reads mapped to contaminant sequences, with 8.70% of the
reads mapping to the vector genome plasmid backbone and 4.26% of the contaminant
reads mapping to the REPCAP plasmid, of which 0.03% of total sequences mapped to
the REP gene. (Fig 3.7.b). Via circos plot mapping it was shown that sequences closely
upstream of the P5 promoter were present at greater abundance than those further away
(Fig 3.7.c-d). Interestingly sequences downstream of the P5 promoter did not appear to
be actively incorporated into AAV, consistent with the described asymmetric nature of
REP driven DNA replication.475 The detected proportion of REP gene contamination was
0.01% and 0.03% in the FIX and FVIII preps respectively. As with the qPCR assay, to
show that the contamination incorporation was linked to the P5 promoter and not another
portion of the AAV genome the P5 promoter was moved approximately 2kb upstream, a
configuration previously shown to still produce AAV titers effectively.316 When AAV
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produced using this method was deep sequenced, the map reads show that the
contamination profile from this plasmid moves to match the repositioning of the P5
promoter (Fig. 3.7.e).
Next, to assess whether this contamination initiation was limited to WT ITR configurations,
the self-complementary ITR of AAV8 FIX preparations, which contains a deletion in the
TRS sequence required for DNA nicking by REP, was examined.476,477 (Fig 3.8.a). qPCR
analysis of amplicons at increasing distance from the self-complementary ITR showed
that contamination still appeared to be present as a function of distance, but at a lower
level than at a WT ITR (Fig 3.8.b). It is possible that differences in amplicon amplification
efficiency could confound this result, and so a universal sequence was cloned upstream
of the P5 promoter on the REPCAP plasmid, and an isolated single stranded or selfcomplementary ITR (Fig 3.8.c). In each instance adenoviral helper genes and REPCAP
genes were provided to assist AAV production and then a single amplicon, universal and
equidistant from each REP binding element was analysed by qPCR (Fig 3.8.d). When the
amplicon was upstream of the P5 sequence it was most abundantly produced (2.31e9
copies), whereas the WT ITR produced over a log higher contaminant copies than the
self-complementary ITR (WT ITR - 6.32e8; scITR – 2.65e7). To validate this difference;
deep sequencing was conducted on 2 self-complementary AAV preps and the
contamination profile directly outside of the ITRs was examined. Contamination read
coverage outside of the self-complementary ITR was far lower than at the WT ITR (Fig
3.8.e). In the first prep, the read coverage at the 750bp outside the scITR was 43 times
lower than the WT ITR in the first prep and 287 times lower in the second (Fig 3.8.f).
When a FVIII prep with two WT ITRs was compared for read coverage a difference of
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3.7x was seen between the two ITRs in read coverage (Fig 3.8.g). Combined, these
results suggest there is a far lower contribution to overall contamination originating from
self-complementary ITRs.
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3.2.2 AAV contaminant sequences are persistently transferred and
transcriptionally active post infection:
To examine whether these sequences were transferred and persistent post infection,
CB57BL/6

mice

were

injected

with

4.11e11vg

of

AAV8scLP1hFIXco

or

AAV8ssHLPhFVIIIv3. Four months post infection livers were harvested, DNA purified and
deep sequenced. Reads that mapped to the CB57BL/6 genome were discarded and the
remaining reads were mapped to the AAV production plasmids. The proportion of the
reads that mapped to contaminant vector backbone sequences closely matched the
contamination levels in the preps for both the FIX and FVIII constructs. In
AAV8scLP1hFIXco infected mice 98.37% ± 1.01 of reads mapped to the FIX expression
cassette. Producer plasmid contaminant reads made up 1.63% of the total with an
average of 1.05% of reads mapping to the vector genome plasmid and 0.58% of reads
mapping to the REPCAP plasmid (n=5). In the AAV8ssHLPhFVIII infected mice 90.06%
± 0.61 of sequence reads mapped to the FVIII expression cassette. Producer plasmid
contaminant reads made up on average 9.94% of the total with 8.62% of the reads
mapping to the vector genome plasmid backbone and 1.32% of the reads mapping to the
REPCAP plasmid (n=5) (Fig. 3.9).
In AAV8ssHLPhFVIIIv3 infected mice in which liver DNA was assayed at 1-week post
infection, 87.64% of reads mapped to the FVIII expression cassette and 12.36% of reads
mapped to producer plasmid contaminant sequence (n=2) (Fig 3.10.a). Reads that
mapped back to the REPCAP plasmids in these samples were combined and averaged
across groups and showed an overrepresentation in the region upstream of the P5
promoter (Fig 3.10.b-d). Interestingly reads corresponding with the REP and CAP genes
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i.e. downstream of the P5 promoter were detected abundantly in one of the
AAV8scLP1hFIXco infected mouse gDNA samples (Fig. 3.9 AAV8scLP1hFIXco mouse
1), which then appear in the plot of the average read counts (Fig 3.10.d).
To further verify the transfer of these contaminant sequences post AAV infection, Huh7
cells were infected with AAV8ssHLPhFVIIIv3. 48 hours post infection, cells were fixed on
slides and probed by DNA FISH (Fig 3.11). DNA matching both the expression cassette
and contaminants were detected in infected Huh7 cells (Fig 3.11.b). AAV8ssHLPhFVIIIv3
infected mouse hepatocytes were probed by DNA FISH and showed the presence of both
expression cassette and contaminants at both 1 week and 4 months post infection,
demonstrating both the transfer and persistence of contaminant sequences present in
AAV preps (Fig 3.11.c).
A previous study had suggested that any contaminant sequences detectable post
infection were transcriptionally inactive.466 This study however, assayed preps that were
1. Of high purity 2. Using qPCR amplicons that were at distance from the regions of
contaminant initiation that we have identified. We hypothesised that due to the sequence
elements AAV contaminants were likely attached to, the ITRs and P5 sequence, that
transferred DNA contaminants would exhibit transcriptional activity post infection. To
assess the potential for contaminant sequences to be transcribed we first performed RTPCR on two mice that had been infected with a high dose of AAV8ssHLPhFVIIIv3 (Fig
3.12).

Whole transcript contaminant amplicons for the kanamycin and ampicillin

resistance genes were successfully amplified by RT-PCR from these mice, suggesting
the possibility that unintended protein products could be produced (Fig 3.12.a-b). To
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assay for the presence of unintended protein products within AAV infected cells, mouse
livers from 1 week and 4 months post infection with AAV8ssHLPhFVIII were probed by
western blot for the presence of Kanamycin and ampicillin resistance protein and was not
detected in any of the tested mice (Fig 3.12.c-d).
Purified RNA from infected mouse hepatocytes of both AAV8scLP1hFIXco and
AAV8ssHLPhFVIIIv3 treated mice was assayed by RNA sequencing. RNA sequence
reads that mapped to mouse sequences were discarded. At 4 months post infection RNA
reads from the FIX expression cassette made up 99.66% ±0.11 of detected RNA reads.
0.34% of the detected RNA reads mapped to the producer plasmids, of which 0.28%
mapped the vector genome plasmid backbone and 0.06% mapped to the REPCAP
plasmid (n=5). For AAV8ssHLPhFVIII infected mice, an average of 96.63% ±0.50 of RNA
reads mapped to the FVIII expression cassette. On average 3.37% of the reads mapped
to the producer plasmids of which 2.95% of the RNA reads mapped to the vector genome
backbone and 0.48% of the reads mapped to the REPCAP plasmid (n=5) (Fig 3.13).
RNAseq validation of contaminant transcription was also assessed at the 1-week
timepoint for a separately produced prep of AAV8ssHLPhFVIIIv3 (n=2) showing similar a
proportion of contaminant reads and transcript profile (Fig 3.14.a). Circos plot mapping
of these RNA reads show transcripts localising to regions upstream of the P5 promoter
region closely matching the DNA contaminant profile (Fig 3.14.b-d).
To further examine the potential for AAV contaminants to be transcribed, RNA FISH was
performed on fixed, AAV8ssHLPhFVIIIv3 infected Huh7 cells and mouse hepatocytes
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(Fig. 3.15). In the Huh7 cells at 48 hours post infection and in the mouse hepatocytes at
both 1 week and 4 months post infection, RNA transcripts that matched the contaminant
sequence was detected by fluorescent probes specific to sequences in the REPCAP
plasmid. It is apparent from these studies that transcription of contaminant producer
plasmid sequences is observed post infection in hepatic cells both in vitro and in vivo.

3.2.3 Contaminant sequences upstream of P5 can be translated post
infection in vitro and in vivo:
Given the detectable transcription of AAV contaminant DNA sequences transferred to the
cell post infection, the possibility for contaminant protein products from sequences
present in the producer plasmids exists. Promoter activity from the ITRs has been
observed.257,478 Indeed, this promoter activity was utilised in early AAV constructs for the
treatment of cystic fibrosis via the delivery of the CFTR gene.257,258 The transcript results
so far suggest the possibility for promoter activity driven by the reverse ITR sequence
and the reverse direction of the P5 promoter, for the contaminants incorporated outside
the ITRs and upstream of the P5 promoter respectively. We examined the inherent
promoter activity of these sequences in 293T cells by transfecting plasmids containing
either ITR sequence or the P5 promoter with a GFP cassette upstream, using the P5
promoter with a downstream cassette as a positive control (Fig. 3.16). Forty-eight hours
post plasmid transfection, cells were assayed by FACS. Brightly GFP positive cells were
detected when the gene encoding GFP was upstream of the P5 promoter but not in a
control where GFP was placed in a reverse orientation (Fig. 3.16b). GFP positive cells
were also detected when the gene was placed upstream of ITR sequences, at a lower
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abundance than either forward or reverse direction of P5, in the absence of the REP
protein. Self-complementary ITR appeared to have a significantly lower upstream
transcriptional activity than the WT ITR (GFP MFI: WT-ITR - 17535±1063; scITR - P
<0.0001), suggesting that the TRS sequence plays some role in transcription from this
site (Fig. 2.16b). Surprisingly the MFI of GFP positive cells was around 75% of the level
detected in the forward direction showing considerable activity (P5_GFP - 80519 ± 2124;
GFP_P5 60165 ± 266) (Fig. 3.16b), suggesting that in the absence of REP both directions
of the P5 promoter exhibit strong transcriptional activity. Furthermore, in a configuration
where the REP proteins were present, the MFI of GFP positive cells dropped by over
75%, suggesting that transcriptional activity of P5 in the reverse direction is repressed by
the presence of REP, a factor already known to repress P5 activity in the forward
direction.174
Given the necessity to retain the inverted terminal repeats in AAV vector genomes in their
location around the expression cassette, we focused on assaying the contaminants from
upstream of the P5 promoter sequence. To do this we developed a reporter assay in
which a GFP cassette was placed upstream of the P5 promoter in the AAV2_8 REPCAP
plasmid in either the forward (GFP_P5) or reverse (revGFP_P5) orientation relative to the
putative anti-P5 promoter, with the standard plasmid backbone as a negative control
(emptyP5) (Fig. 3.17.a). As expected after transfection into 293T cells only the GFP_P5
plasmid produced GFP positive cells as observable by fluorescent microscope (Fig.
3.17.b).
AAV8ssHLPhFVIII was produced with the GFP_P5,

revGFP_P5

and

emptyP5

REPCAP

plasmids. Post purification AAV was evaluated by deep sequencing and showed
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abundant presence of producer plasmid contaminants including the GFP cassette
upstream of P5 (Fig 3.17.c+d). Adherent 293T cells were infected at a range of MOIs of
AAV8ssHLPhFVIII genomes produced with either GFP_P5,

revGFP_P5

and

emptyP5

AAV2_8 REPCAP plasmids (Fig. 3.18). 72 hours post infection, samples were gathered
and analysed by FACS. AAV8
intensity compared to

emptyP5

revGFP_P5

treated cells showed no shift in detected GFP

cells. However, 293T cells treated with AAV8 GFP_P5

exhibited a shift, with 3.12% ±0.34 of cells exhibiting detectable GFP positivity at the
5e6MOI. (Fig 3.18.b+c). As expected, contaminant transduction rates were dose
dependent. Certain initial studies of AAV infection have shown that in impure AAV
preparations, protein can be transferred with the AAV capsid, leading to artefactual
detection of a successful infection event referred to as pseudotransduction.479 To ensure
that the observed GFP positivity was not a result of transferred protein contaminants,
293T cells were assayed by FACS at subsequent timepoints; 48 and 72 hours post
infection. GFP positivity increased significantly from 48 to 72 hours in both the number of
detectable positive cells and the MFI of positive cells. (Fig 3.18.d+e). This is the converse
of what would be expected from a pseudotransduction event. Together this shows that
contaminant DNA incorporated upstream of the P5 promoter in AAV can be translated
post infection in 293T cells.
To examine if protein expression from AAV contaminants could occur in vivo in the context
of liver directed gene therapy, CB57BL/6 were administered 4.11e11vg (approximately
2e13vg/kg) of AAV8ssHLPhFVIII produced with either GFP_P5,

revGFP_P5

or

emptyP5

REPCAP plasmid. A low dose (2e10vg (1e12vg/kg)) of AAV8ssCMV_GFP was used as
a positive control. Mouse livers were harvested at 1-week post infection and IHC was
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performed. GFP positive hepatocytes were seen in every mouse of both the ssCMV_GFP
positive control and GFP_P5 injected mice but were not detected in the hepatocytes
treated with the revGFP_P5 or emptyP5 vector (n=5) (Fig. 3.19). This is further evidence that
not only does the anti-P5 sequence exhibit promoter activity, but that it can drive
transcriptional and translational activity of incorporated contaminants in AAV post
infection.
To understand whether these contaminants derived from the P5 sequence could be
incorporated into AAV and act independently of the presence of an ITR flanked
expression cassette, AAV8 was produced in the absence of an expression cassette using
the GFP_P5 REPCAP plasmid hereby referred to as GFP_P5noTG (Fig. 3.20). After
column purification, abundant GFP DNA was detected in the AAV8 GFP_P5noTG prep by
qPCR (Fig. 3.20.b). When the DNA from these AAV was run on an alkaline gel, a smeared
pattern was seen in both the GFP_P5noTG and GFP_P5 produced samples. This result
was expected with GFP_P5 due to the presence of the oversized FVIII cassette, known
to produce this pattern.480 In the GFP_P5noTG sample however, there is no transgene and
thus no outside of the ITR contaminants. As the contribution of host cell DNA is orders of
magnitude lower than producer plasmid contaminants, it was deduced that this detected
contaminant DNA was P5 derived and that these contaminants exhibit a range of sizes
up to the packaging capacity of circa 5kb (Fig. 3.20.c). This demonstrates that the
contaminants incorporated upstream of P5 are fragmented and are packaged into AAV
in an ITR independent manner.
To examine the infection kinetics of P5 linked AAV contaminants, and whether these
contaminants had the ability to remain stably present, 293T cells were infected at an MOI
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of 5e6 with AAV8ssHLPhFVIII GFP_P5,

revGFP_P5, emptyP5,

and an equivalent capsid

load of AAV8 GFP_P5noTG. A lower MOI (1e4) of AAV8ssCMV_GFP was used as a
positive control. GFP positive cells were assayed by FACS at 1,2,3,7,10,14, and 21 days
post infection (Fig. 3.21). Both GFP_P5 and GFP_P5noTG showed detectable GFP positive
cells at multiple timepoints post infection, increasing from 24 to 72 hours and then
decreasing to a low stable level of around 0.1% (GFP_P5 0.097% ± 0044; GFP_P5noTG
0.117% ± 0.051) as cells divided and were continually passaged. As in previous
experiments, neither

revGFP_P5

or

emptyP5

infected cells showed expression of GFP

protein. When compared with the ITR flanked ssCMV_GFP cassette the inefficiency of
the contaminant cassette is apparent; a FVIII dose 500-fold higher than ssCMV_GFP was
required to reach comparable levels of GFP positivity from the contaminant sequences
(Fig 3.21.c). The detected expression from the GFP_P5noTG infected cells shows that at
least for DNA contaminants in AAV originating from the P5 promoter, transcriptional
activity of the contaminant DNA species is independent of productive infection from
recombinant AAV genomes. Interestingly, the percentage of GFP expressing cells at the
peak (72 hours) that were still expressing at the stable timepoints (10-21 days) timepoints
was significantly greater (P=0.0058) in the GFP_P5noTG treated cells compared to the
ssCMV_GFP treated cells (GFP_P5 4.75% ±0.66; GFP_P5noTG 9.89% ±2.18;
ssCMV_GFP 0.63% ± 0.04). GFP_P5 did not reach significance above ssCMV_GFP in
this regard (P=0.13), and the GFP_P5 and GFP_P5noTG were also not found to be
significantly different to each other (P=0.07) (Fig. 2.21.d). This would suggest that P5
derived DNA contaminants in AAV could have a greater level of persistence than ITR
flanked expression cassettes. However, this initial experiment did not use equivalent
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MOIs of expression cassette to the other samples. To investigate this further, 293T cells
were infected with either AAV8 GFP_P5noTG or AAV8ssCMV_GFP a range of MOIs; 2e6,
1e6, 5e5, 1e5. FACS was conducted at 2,3,5,7,10,14, and 21 days post infection. (Fig
3.22.a). At equivalent MOIs, the number of GFP expressing cells was consistently higher
in the ssCMV_GFP infected cells across timepoints, (Fig 3.22b) however the proportion
of GFP positive cells at 72 hours that stably produced GFP was far greater in the
GFP_P5noTG group (10.17% ± 1.983) than the ssCMV_GFP group (0.87% ± 0.012) (Fig.
3.22c). However, when gDNA of 293T cells was analysed for GFP copy number, both
P5GFP/TG- and ssCMV_GFP infected cells had similar levels of stably present GFP copies
relative to the detected copies 72 hours post infection (GFP_P5noTG 1.20% ± 0.28;
ssCMV_GFP 0.88% ± 0.22) (P = 0.379). This suggests that these non ITR containing
contaminants from P5 are stably present post infection, implying integration into the 293T
cell genome at an equivalent rate to the ITR flanked expression cassette. Further
qualitative evidence of this was found through sorting GFP_P5 contaminant infected 293T
cells for GFP positive cells, and plating at low density in 96 well plates. Cells were cultured
and imaged after 5 and 7 days of growth, yielding identifiable colonies that retained GFP
positivity as well as colonies that were GFP negative after extended culture (Fig. 3.23).
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3.3 Discussion:
This chapter set out to understand the nature of DNA contamination in AAV and its activity
post AAV infection of the liver. Given the mapped profile of the DNA contaminants of
multiple AAV vectors, it is now clear that most DNA contaminants derived from the
producer plasmids are actively incorporated into the AAV capsid. If DNA contamination
was a passive and random process, one would expect an equal contribution of
contaminants across the length of the plasmid. It is likely that these incorporation events
are REP dependent, as all initiation points of contamination have been found adjacent to
REP binding sites in the AAV genome. The identified contaminants are not only present
in the AAV prep, they are transferred to cells post AAV infection and can persist within
the cells for an extended period. A previous study had indicated that any transferred
contaminant DNA by AAV was transcriptionally inactive.466 That study looked at a prep of
relatively high purity for this and at amplicons a far distance from the points of contaminant
initiation identified in this chapter. The experiments in this chapter have identified that
contaminant sequences from AAV can be transcriptionally active post infection and,
furthermore, under the appropriate conditions have the potential to be translated into
protein. The evidence suggests that the anti-P5 promoter sequence is driving the
expression of these contaminant sequences. In the wildtype AAV2 context, anti P5
promoter activity has been observed by RNA sequencing analysis, identifying both minus
strand activity of the P5 promoter, and short RNA sequences derived therefrom.272,284 In
recombinant AAV the P5 promoter is retained to drive controlled expression of the large
form REP proteins REP78 and REP68, coordinating the timed activation of the P19
promoter contained within the REP coding sequence.175 What is likely occurring is that
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the REP binding site on P5 is causing an incomplete replication event that drives a
directional incorporation of DNA upstream of P5 in the producer plasmid. This results in
contaminants of different sizes being inserted into AAV, as can be seen from the alkaline
gel depicting virions that contain only P5 derived contaminant. Once AAV infection
occurs, this DNA is then able, much like an ITR containing transgene, to undergo a
productive infection process, perhaps through strand synthesis in an episomal context, or
some degree of sequence integration into the genome. Having done this, the anti-P5
promoter is then able to drive transcriptional activity of the adjacent, upstream sequences,
an effect that can persist up to 4 months in vivo, as shown by RNAseq analysis of infected
livers.
One particularly interesting result is that the level of persistence of AAV contaminant DNA
in rapidly overturning cells appears to be equivalent to that of the ITR containing
transgene. Many previous studies have touted the ability of the AAV ITRs to facilitate
integration into the genome at a high efficiency in a genome editing context, where AAV
DNA is used to deliver a donor DNA template.481–483 Our results from 293T cells at
multiple infection doses appear to show no difference in the persistence of AAV DNA in
rapidly dividing cells between an ITR flanked cassette and the P5 derived contaminants.
In this case, persistence of AAV DNA is a surrogate assay for the general integration rate
of these sequences. This would either suggest that the P5 sequence has a greater
integrative potential than a standard DNA sequence, or that ITR flanked DNA contains no
additional integrative advantage over any other ssDNA present in the cells. It would be
interesting to see whether in the presence of the REP protein post AAV infection, this
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profile of persistence would be increased for just the ITR flanked vector genome, or for
the P5 derived contaminants as well.
The studies of the activity of these contaminants focused primarily on the liver. 293T cells
are human embryonic kidney derived and, therefore, it is possible that this would also be
seen in kidney transduced with AAV, a tissue that can now be efficiently targeted in vivo
with the Anc80 AAV serotype.484 Presumably, the potential for these contaminants to be
transcribed relies on the activity of the anti-P5 sequence in the tissue. It would be
interesting to understand whether the contaminant transcription/translation profile is
limited just to the liver, or whether this will pose a problem in other key delivery tissues
for gene therapy, such as muscle and the retina. There also remains the question of
whether these contaminant sequences could contribute to any immune response against
the AAV vector. It is already known that during AAV infection the DNA sensor TLR9 can
trigger an immune response against the transgene DNA, and that the degree of such a
response can be exacerbated by the presence of CpG motifs within the cassette.133,428 It
is therefore likely that since these backbone contaminant DNA fragments are contained
within the AAV capsid, the same mechanism of DNA sensing and immune activation by
TLR9 would occur, although this needs to be investigated further.
This study used an artificial cassette to study the potential for contaminant translation
upstream of the P5 promoter. Whilst such an idealised setting would not occur in most
AAV production plasmid setups, the backbone DNA is a little thought about feature of the
AAV production system. As such, it is likely that these sequences will vary from plasmid
to plasmid and system to system. There are antibiotic resistance genes and other coding
sequences present in the backbone of many standard plasmids. If a resistance gene was
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in a reverse orientation, perhaps it would be incorporated but no expression of that protein
would be seen. If a setup had this in a forward orientation relative to P5, there could be
the added immunogenic burden of producing a full-length protein additional to that of the
intended therapeutic (Fig. 3.24). Furthermore, certain plasmid configurations used for
clinical production may have a greater proportion of CpG sequences than others. The
original system used in our study had 154 CpG sites in the 2kb upstream of P5. A strategy
that could easily be implemented into reducing this potential risk could be to reduce the
numbers of CpG motifs outside of the ITRs and upstream of P5, and also introduce a
telomeric repeat sequence TTAGGG,485 that has been shown when included inside the
AAV expression cassette to bind to but not activate TLR9.486
This chapter has revealed an important feature and potential safety issue of recombinant
AAV preps. It should be noted that there is no required or implemented uniformity to
plasmid configuration or backbone sequences used in the production of AAV, and by the
very nature of vector construction, different groups across the field will have used different
plasmid setups. However, no matter the plasmid setup, in the 293 based production
system, the P5 promoter and the inverted terminal repeats are retained. As such, this
contamination phenotype and profile is likely to be widespread throughout preparations
across the field and the issue of stringent characterisation of vector backbone sequences
present in clinical AAV preps and the potential for transcriptional/ translational activity
exhibited in on target or off target infected cells for a given gene therapy application
should, in the future, be routinely assessed.
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Chapter 4

Development of a P5 replacement
promoter system for production of
higher purity recombinant AAV
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4. Development of a P5 replacement promoter system
for production of higher purity recombinant AAV:
4.1 Introduction:

Having identified the presence and activity of DNA contaminants in AAV, there is an
imperative to minimise the presence of these contaminants. Some clinical trials for
extremely serious disorders require an AAV dose of up to 2e14vg/kg.69 Even if a
preparation for this purpose contained a low proportion of contaminants, for instance
0.5%, the vector administration would still yield the delivery of 1e12vg/kg of DNA
contaminant containing particles to the subject. The contaminants identified have been
observed from both outside of the ITRs and upstream of the P5 promoter. Due to the
essential nature of the ITRs in packaging the viral genome, it was posited that these
sequences could not be altered or disposed of without significant impact on viral titer. The
focus of this chapter is, therefore, how contaminants in AAV from the P5 promoter origin
on the REPCAP producer can be eliminated and a higher purity vector produced. We
investigate the precise sequence motifs that result in incorporation of contaminant DNA
from P5 and develop two systems to eliminate the contamination initiation; one based
around the papilloma virus early promoter sequences, and one designed to retain all the
sequence motifs of the P5 promoter.
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4.2 Results:
4.2.1: Use of papilloma early promoter sequences to drive REP78/68
expression:
One variable in AAV production is the timepoint at which AAV is harvested. Certain
protocols incubate production cells for 2 to 3 days post plasmid transfection.350,487 Others
suggest using a longer timepoint of up to 7 days to boost viral yields and ease purification
procedures.349 Some of these protocols suggest harvesting AAV from cell lysate, whereas
others suggest from the supernatant. To determine whether these variables had an effect
on the packaging of DNA contaminants into AAV, AAV8scLP1hFIXcoPadua was
produced and then harvested at either 2, 3 or 6-days post plasmid transfection (Fig. 4.1).
Supernatants and pellets were harvested separately at each timepoint and analysed.
qPCR of two separate amplicons present in the production plasmid backbones showed
no significant difference in contaminant DNA presence among any of the conditions
tested (Fig 4.1. b+c). This suggests that the contaminating DNA phenotype is not altered
by changing the incubation timepoint of AAV production.
Given that harvest timepoint appeared not to influence the incorporation of contaminant
DNA, investigation was focused on the P5 containing REPCAP plasmid itself. Whilst the
ITRs are required for genome packaging in the recombinant AAV system, the P5
promoter merely controls the expression of the large form REP proteins REP78 and
REP68. As the REP and CAP proteins are delivered in trans, the ideal scenario to
eliminate this anti-P5 contamination and subsequent activity would be to substitute the
promoter sequence. However, due to the tight regulation of AAV replication, a simple
promoter substitution is not likely to be successful. The P5 promoter efficacy in the context
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of AAV replication relies on a negative feedback loop to inhibit its own activity during the
AAV replication process (Fig. 4.2).

174,282

More specifically, the timing of P5 self-

repression in concert with the later expression of the shorter forms of REP from the P19
promoter is essential to yield this effect.175 As such, previous attempts to swap out this
promoter for constitutively active and more classically ‘active’ promoters have failed to
produce high titer recombinant virus.275 Therefore, if a promoter substitution was to be
effectively implemented in the recombinant AAV production system, it would have to fulfil
the requirements of both eliminating the DNA contaminant incorporation phenotype
upstream of this promoter region, and facilitating efficient replication of the virus to yield
titers that could be implemented for successful gene transfer and thus treatment. To
achieve this, we hypothesised that any REP78/68 promoter would 1. need to retain a
negative feedback loop, and 2. Not contain a canonical GCTC REP binding site. Early
work in AAV biology identified that the REP protein can have an inhibitory effect on non
AAV genome associated promoters. This included the Long terminal repeat of the HIV-1
and MSV virus, and proto-oncogenes such as c-myc, c-fos, and H-ras.183,488,489 However,
these promoters all contain GCTC motifs (Fig. 4.3).488,490–493 Another group of promoters
that REP78 has been shown to inhibit are the human papilloma virus early promoter
sequences,191,267,494–496 and in the long control region of the bovine papilloma virus
genome.497 Intriguingly, these promoter sequences from the papilloma virus family are
directly inhibited by the REP78 protein despite not containing the GCTC REP DNA
binding sequence (Fig. 4.4). Furthermore, in a study of REP inhibition of the HPV18-URR
when, in these studies, the c-terminal region of REP78 was mutated, inhibition of P5 was
abrogated but inhibition of the HPV-18 P105 promoter was retained, suggesting that the
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mechanism of inhibition may differ from that of P5 and the ITR REP binding sites.267 In
order to produce virus, any chosen promoter would need to have activity in the primary
production cell line 293 based systems. There is evidence that the P97 promoter is active
in these cells, as HPV16 shows low level replication in 293 cells.498
Designs were initially constructed using either the P97 promoter from the HPV16 virus,
the P105 promoter from the HPV18 virus, and the upstream regulatory region from the
bovine papilloma virus (BPV-URR) (Fig. 4.5). Some of these designs retained elements
from the P5 promoter to keep some of the natural regulation intact; i.e. retention of YY1
box sequences, but all promoter sequences were devoid of GCTC motifs (P5+P97 combo
and P5/P97 hybrid). Promoter sequences were cloned into an AAV8 capsid plasmid
upstream of the REP protein of AAV2, the AAV REP protein most commonly used in AAV
production.499 Backbone plasmid sequences were kept identical to allow effective
comparison of contaminant incorporation. REPCAP plasmids were transfected into 293T
cells to make AAV8ssCMV_GFP. AAV was produced, purified and titered by qPCR for
presence of the GFP transgene (Fig. 4.6). As expected, the P5 promoter positive control
produced abundant AAV8. Designs that utilised either the P97 promoter from HPV16 or
the URR of BPV were also able to produce AAV effectively, with three designs producing
a titer almost half as much as the original P5 based setup (Fig. 4.6.b). These were the
P5+P97 combo, HPV16-P97_ATG and P5/P97 hybrid configurations that produced
44.2%, 44.5% and 49.8% of the standard P5 production levels respectively. The HPV18
P105 configuration did not appear to package AAV with any useful efficiency, and
detected transgene was approximately 3 logs lower than that of P5.
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The setup using the BPV-URR and HPV16-P97 without and ATG start codon produced
AAV successfully but also inefficiently yielding 5.4% and 21.4% of the P5 production titer
respectively. To test whether these non GCTC motif containing promoters had eliminated
the contamination incorporation upstream, amplicons in the kanamycin resistance genes,
located closely upstream of the promoter in these REPCAP plasmids were assayed. As
expected, the P5 promoter-produced AAV had detectable contamination upstream of P5.
All the P5 replacement setups showed a dramatic decrease in the raw values of
contaminant copies present (Fig. 4.6.c+d). With the level of P5 contamination normalised
to 1, the mean levels of contamination in the P5 replacement AAV were as follows:
Contaminant amplicon 1; HPV16-P97 - 0.06, HPV18-P105 - 0.04, BPV_URR 0.04,
P5+P97 combo – 0.05, HPV16-P97_ATG – 0.03, P5/P97 hybrid – 0.07. Contaminant
amplicon 2; HPV16-P97 - 0.06, HPV18-P105 - 0.05, BPV_URR 0.04, P5+P97 combo –
0.06, HPV16-P97_ATG – 0.04, P5/P97 hybrid – 0.13 (n=2 per promoter setup). Given the
differences in production capability, these raw numbers were compared against the titer
of each individual configuration to yield the overall percent contamination of contaminant
amplicons for each P5 replacement construct (Fig. 4.6.e+f). For contaminant amplicon 1
the P5 promoter design yielded 1.2% contaminating sequence. The HPV-108 promoter,
which produced a 3 log lower titer, yielded a higher ratio of contaminants (37.3% of the
GFP transgene). All other promoter setups yielded lower levels. HPV16-P97 - 0.3%,
BPV_URR 0.9%, P5+P97 combo – 0.1%, HPV16-P97_ATG – 0.1%, P5/P97 hybrid –
0.2%. For amplicon 2 the pattern was similar; the P5 promoter led to contamination of
1.1% of the transgene titer. Aside from HPV-108 (42.1%), all other promoter setups led
to contaminants that amounted to a lower percentage of transgene titer. HPV16-P97 -
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0.3%, BPV_URR 0.7%, P5+P97 combo – 0.1%, HPV16-P97_ATG – 0.1%, P5/P97 hybrid
– 0.3%.
To ensure that infectivity was not compromised in this production setup, 293T cells were
infected with a range of MOIs (5e5, 2e5, and 1e5) of AAV8ssCMV_GFP from the P5
replacement systems that produced a sufficient quantity of AAV (Fig. 4.7) All systems
resulted in infectious AAV as detected by fluorescent microscopy (Fig. 4.7.b) and FACS
analysis that appeared to transduce 293T cells as efficiently as the P5-produced system
across the 3 MOIs (n=1) (Fig. 4.7.c). Following this preliminary experiment, the P5
replacement systems with the highest production yields were then used to produce
AAV8ssHLPhFVIII to verify the contamination phenotype (Fig. 4.8) Again, AAV8 was
produced to 28 - 50% of the P5 based system with the replacement REP promoters (Fig.
4.8.b). The observed titers with the P5 replacement constructs were still lower relative to
that of P5; P97+P5 combo – 0.50 ± 0.02, HPV16-P97_ATG - 0.38 ± 0.06, P5/P97 hybrid
– 0.28 ± 0.03 (n=4). When contaminant amplicons were measured in this context, a
decrease was again observed both when this was expressed as a raw value of detected
sequence copies (P<0.0001 for all constructs) and percentage of the transgene titer
(<0.0005 for all constructs) (Fig. 4.8.c+d). To ensure these observed results for
production capabilities were not influenced by purification procedures post-harvest we
developed an assay to analyse the titer and contaminants in virus at the point of harvest
from crude supernatants (Appendix 1). 293T cells were transfected in 6 well plates to
increase throughput of construct testing and analysis. (Fig. 4.9) AAV8ssHLPhFVIII was
produced using the 6 designed P5 replacement constructs. All promoter constructs
produced significantly lower titers than P5 (P<0.0001).
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The crude supernatant samples showed the same pattern as the purified AAV samples
with respect to titer relative to that achieved by the P5 promoter (Fig. 4.9.b), with the
P5+P97combo (0.23 ± 0.04), HPV16-P97_ATG (0.44 ± 0.06) and P5/P97 hybrid (0.18 ±
0.01) producing the highest amounts of virus relative to P5, and HPV18-P105 producing
AAV 3 logs lower than P5 (0.001 ± 0.0003). When the samples were assayed for the
contaminant amplicon upstream of P5, again all P5 replacement promoters produced
AAV that had significantly lower levels of contamination than P5 (Fig. 4.9.c+d) (P<0.001).
When this was expressed as a percentage of the observed titer, HPV18-P105 produced
a contamination level that was higher than the transgene (177.3% ± 22.47). It can
therefore be assumed that active viral packaging is not occurring when this promoter is
used to drive REP78. In those samples that produced virus a relationship between the
efficiency of the packaging and the percent contamination seen was again observed. With
the tested contaminant amplicon, the P5 promoter production system resulted in
contamination of 3.89% ± 0.29 of the expression cassette titer. Three constructs resulted
in significantly lower levels of percent contamination (HPV16-P97_ATG – 0.48%;
P=0.0051) (P5/P97hybrid – 1.09% ± 0.14; P=0.0190) (P97+P5combo – 0.88% ± 0.08;
P=0.0121), whereas, two of the configurations did not produce significantly lower
contaminant levels; the HPV16-P97 (1.77% ±0.07; P=0.08), and BPV-URR which yielded
contamination significantly higher than P5 when expressed as a percentage of titer.
(11.44% ± 1.36; P<0.0001).
To determine whether this phenotype held true across serotypes, an AAV2 capsid version
of the P5+P97 combo promoter was constructed (Fig. 4.10). AAV2 produced with the
P5+P97 combo promoter produced virus to the same log as the P5 promoter, although
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as seen in the AAV8 setup the relative amount was significantly decreased as compared
to P5. (0.30 ± 0.01; P = 0.016) (Fig. 4.10.b). A contaminant amplicon upstream of the P5
sequence was again seen in abundance in the P5 promoter version of AAV2ssHLPhFVIII
and significantly reduced in the P5+P97combo promoter replacement (Fig. 4.10c). When
this was analysed as a percentage of the transgene contaminants, the total contamination
of P5_AAV2ssHLPhFVIII was 5.42 ± 0.83. In the P5+P97combo configuration, the
contamination was decreased (2.84 ±0.84), but did not reach significance (P=0.06) (Fig.
4.10d).

4.2.2 P5 replacement configurations with lower AAV yields results in
increased DNA contamination from outside of the ITRs:
To assess if the initiation of contamination at the REP78/68 promoter had been eliminated
in these P5 replacement constructs, deep sequencing of AAV8ssHLPhFVIII viral particles
was performed for vector produced with either a P5 driven or P5+P97combo setup (Fig.
4.11). When sequence reads were mapped back to producer plasmids, the P5-produced
virus showed incorporation upstream of P5 as expected. For the P5+P97combo produced
virus however, no contamination was detected from this site. (Fig. 4.11.b) As expected,
both setups retained a contamination phenotype outside of the ITRs (Fig. 4.11.c). When
the identity of all the reads was quantified, the reads that mapped to the REPCAP plasmid
dropped from 6.7% of the total reads with P5 to 0.29% in the P5+P97 combo promoter.
Surprisingly, when reads from the vector backbone plasmid, i.e. outside of the ITRs were
quantified in this way, there was a dramatic increase; from 18.72% in P5 to 26.47% with
P5+P97 combo. This could possibly be due to the lower expression cassette yield from
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AAV produced with the P5+P97 combo promoter, which if contaminant incorporation
remained relatively steady would result in a higher contribution of contaminants as a
percentage of the expression cassette titer. Overall, the preps yielded a comparatively
similar total level of contamination; 25.42% for P5 and 26.76% for P5+P97 combo (Fig.
4.11.d). To verify that this contamination outside of the ITR sequences was indeed raised
in the P5 replacement setting, an amplicon 100bp outside of the ITR was assayed by
qPCR (Fig. 4.12). Results showed in AAV8ssHLPhFVIII that whilst the raw values of
contaminant sequences were lower in P5+P97combo (5.7e8 ± 1.52e8) than in P5 (1.26e9
±7.97e7) (P=0.03), the P5+P97combo produced AAV had significantly higher
contamination outside of the ITR when this value was expressed as a percentage of titer
(P5 – 3.12% ± 0.13; P5+P97combo – 7.20% ± 0.17) (Fig. 4.12.b). This process was
repeated in AAV2 and there was no significant difference in the raw values between P5
(1.01e8 ±2.37e7) and P5+P97combo (1.07e8 ± 2.26e7) (P=0.76) (Fig. 4.12.c). In
concordance with the AAV8 data, the P5+P97combo had a significantly higher
contamination percentage than the original P5 configuration (P5 – 3.12% ± 0.13;
P5+P97combo – 7.20% ± 0.17) (P=0.006). These results show that whilst DNA
contaminants upstream of the P5 promoter have been reduced with a P5 replacement
strategy, the increase in representation of sequences from outside of the ITRs has
negated this beneficial effect.. When analysing for vector purity it is important to consider
the entirety of the prep, and with this current stock of promoters the overall purity is not
improved as compared to when the original promoter, P5, is used to drive the large form
REP78 and REP68 genes. It is unlikely that this strategy could be implemented into
commercial or clinical production systems in its current form without improvements in
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either titer or total vector purity. Interestingly, whilst contamination outside of the ITRs
when expressed as a percentage of the transgene was higher for the P5 replacement,
the raw numbers were not, either yielding lower values as in the AAV8 samples or equal
values as in the AAV2. This would suggest that if a means to improve the AAV titer to that
of the P5 promoter could be achieved with a strategy that retains the contamination
reduction of the P5 replacement promoter configurations, that the overall purity of the
vector would be improved, and would thus be a more suitable product for clinical
translation. In chapter 3 we identified the P5 promoter as the source of contamination
incorporation via an experiment that moved this promoter upstream and observed a
matching shift in the incorporating contaminant sequences. It is possible that through
understanding the components of the P5 promoter that are yielding this incorporation
phenotype, the principle of eliminating contamination initiation from the REPCAP plasmid
could be retained without sacrificing AAV titer or total purity of the AAV vector. The
previously tested variant designated P5/P97 hybrid utilised the REP binding site of the
P97 promoter (nt14-56)495 substituted into P5 in place of the P5 REP binding site yielding
a result that showed a reduction in upstream contamination but a titer that did not exceed
50% of P5 (Figures 4.6 + 4.8). This suggested that the P5 REP binding site was a
necessary element in the initiation of the P5 contamination phenotype. There are many
GCTC containing sequences with high homology to the P5RBS in the human genome.182
If mere REP binding was enough to cause DNA incorporation it is possible that certain
genome sequences from the producer cell line genome would be overrepresented in the
final AAV product. To ascertain if this binding element would be sufficient to initiate
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contamination in the recombinant AAV system, the reverse experiment was performed,
in which the REP binding site from the P5 promoter was substituted into the HPV16-P97
promoter (P97P5RBS) (Fig. 4.13). AAV8ssHLPhFVIII was produced with this configuration
and compared to P5. P97P5RBS produced AAV effectively, although again significantly
lower than the normalised P5 titer (0.38 ± 0.01) (P=0.0005). (Fig. 4.13.b). Surprisingly,
when contaminant amplicons upstream of this promoter were assayed by qPCR and were
significantly reduced in the P5P97RBS configuration relative to P5 (0.037 ± 0.003) (P=0.03),
resulting in a lower contamination percentage (P5 – 2.02% ± 0.26; P97P5RBS 0.21% ±
0.02), despite the presence of the full P5 REP binding site (Fig. 4.13.c). When assayed
for contaminants outside of the ITR however, the same pattern that emerged in the
P5+P97combo setup emerged, with the raw values of contamination relative to P5 not
differing in P97P5RBS (1.02 ± 0.04), however when expressed as a function of titer yielding
a significantly more contaminated product (P5 – 3.12% ± 0.13; P97P5RBS 8.40% ± 0.09)
(P<0.0001) (Fig.4.13.d). This shows that the P5RBS is necessary but not sufficient for
REPCAP DNA contaminant incorporation into AAV to occur upstream of P5.
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4.2.3. Development of P5-HS: A REP78/68 promoter modification to
remove contamination and retain AAV production titer:
The function of REP in the AAV replication process is more than DNA binding. The REP
proteins also have helicase activity and the large forms of REP exhibit site specific
endonuclease activity.172,197,200,500 In the ITRs during AAV replication, REP nicks the DNA
at a site known as the TRS site (Fig. 4.14.a), facilitating AAV genome excision from
surrounding DNA. Within the P5 promoter there is an AT dinucleotide that serves as a
TRS mimic at the crest of a loop that forms adjacent to the P5 REP binding site between
nucleotides 287 and 288 of the AAV2 genome (Fig. 4.14.b).164 We hypothesised that
removing this dinucleotide from the P5 promoter would also abrogate the upstream
contamination derived from P5. A promoter that retained the REP binding site but was
deleted for the AT dinucleotide (P5ΔAT) was designed (Fig. 4.14.c). AAV8ssHLPhFVIII
was produced and examined for contaminant incorporation. P5ΔAT produced virus
efficiently, although again with a lower viral titer relative to that of intact P5 (0.38± 0.04.
P=0.01) (Fig. 4.14.d). Contamination upstream of P5ΔAT were significantly reduced in both
relative terms (P5ΔAT – 0.14 ± 0.01. P=0.008) and as a percentage of transgene (P5
2.027% ± 0.03; P5ΔAT - 0.75% ± 0.02. P<0.0001) (Fig. 4.14.e+f). Amplicons found outside
of the ITRs were then compared. As expected, the relative values from a given production
run did not exceed that of P5 for either amplicon (Amplicon 1 0.66 ± 0.04 P=0.003;
Amplicon 2 0.73 ± 0.01 P=0.08) (Fig. 4.14.g). However, when calculated as a percentage
of the expression cassette titer the contamination outside of the ITRs was significantly
increased (Amplicon 1: P5 - 2.4% ± 0.1; P5ΔAT - 3.99% ± 0.05. P=0.0001) (Amplicon 2:
P5 – 1.90% ± 0.1; P5ΔAT - 3.66% ± 0.21. P=0.001) (Fig. 4.14.h). This again suggests that
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the proportion of contaminants from outside the ITRs are related to the expression
cassette packaging efficiency of the system.
To ascertain whether the loop portion of the TRS mimic site was essential for
incorporation, a sequence was designed that kept the TRS dinucleotide intact, and the
whole YY1box sequence, but removed its ability to form a loop with its surrounding
sequence. This was positioned along with the P5 RBS in the context of the HPV-16 P97
promoter (P97P5RBSΔloop) (Fig. 4.15.a). AAV was produced successfully, again lower
relative to P5 driven production (0.59 ± 0.03) (Fig. 4.15.b), but relative DNA incorporation
upstream of the promoter remained significantly lower than P5 incorporation levels with
P97P5RBSΔloop when assayed by qPCR (0.14 ± 0.02. P=0.006) (Fig. 4.15.c). As in previous
cases, the percentage contamination upstream of the promoter was also found to be
significantly reduced (P5 - 2.03% ± 0.03; P97P5RBSΔloop - 0.50% ±0.07. P=0.0007) (Fig.
4.15.d). This suggests contaminant incorporation requires the same components for
contaminant incorporation as it does for an AAV replication event - both an intact REP
binding site and adjacent loop to position an available AT nicking site, and a GCTC
containing binding site is not sufficient to mediate aberrant active contaminant packaging.
P97P5RBSΔloop also showed that relative contamination outside of the ITR did not differ
significantly (Amplicon 1 – 0.81 ± 0.02. P=0.12; Amplicon 2 – 0.91 ± 0.02. P=0.54) (Fig.
4.15.e). As expected, when titer was taken into consideration the P97P5RBSΔloop resulted
in a higher percent contamination for both amplicons (Amplicon 1: P5 – 2.3% ± 0.10;
P97P5RBSΔloop – 3.26% ± 0.19. P=0.002) (Amplicon 2: P5 – 1.90% ± 0.07; P97P5RBSΔloop –
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2.99% ± 0.14. P=0.0007) (Fig. 4.15.f). This indicates that this vector configuration would
not result in an overall purer AAV product although further analysis of this promoter design
was not undertaken to confirm this.
In order to achieve high titer AAV production whilst removing the contaminant phenotype,
it was hypothesised that all characterised elements of the P5 promoter could be retained.
This included the TATA box, REP binding site, YY1 boxes and the TRS dinucleotide with
loop (Fig. 4.16.a). It was also hypothesised that these elements require tight positional
requirements to achieve replication and thus contamination of the AAV prep. Considering
this, a REP78/68 promoter design was constructed and cloned that contained the P5
promoter in its entirety, with a series of spacers of differing length inserted between the
R5RBS and the YY1 box containing TRS loop (P5-HS) (Fig. 4.16.b). The rationale behind
this placement of the spacer was to retain the integrity of the TATA box in P5, but create
a physical separation between the two parts of the promoter that would interact with the
REP protein; the P5 RBS and the TRS mimic sequence in YY1 box. Ideally this
modification would prevent the incorporation of DNA without disrupting any of the natural
promoter function of P5. Spacer sequences of 5bp and 100bp were chosen. A 5bp change
would result in an approximate half helical turn in the DNA,501 with the hypothesis both
the lateral and rotational distance from the TRS mimic site in the YY1 box would be
enough to prevent nicking and thus active incorporation. The 100bp spacer sequence
was generated to provide an increased physical separation of the REP binding site from
that of the YY1 box containing TRS loop mimic. The spacer sequences were generated
with a random sequence generator and verified to not include GCTC to ensure no
inadvertent dysregulation of REP. Spacer sequences were also verified to not contain an
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AT dinucleotide in proximity to the REP binding site that could serve as a nicking site by
the REP endonuclease domain. AAV8 ssHLPhFVIII was produced and titers were
measured. P5-HS AAV titers did not differ significantly from the intact P5 production
system (P5-HS5 – 0.87 ± 0.03. P=0.40; P5-HS100 0.96 ± 0.01. P=0.85) (Fig. 4.16.c).
Furthermore, when assayed by qPCR for the presence of upstream contaminant
amplicons, the presence of contaminant DNA was significantly reduced compared to P5
in both relative amounts (P5-HS5 – 0.28 ± 0.02. P=0.0004; P5-HS100 0.35 ± 0.07.
P=0.0007), and percent contamination (P5 – 2.36% ± 0.22; P5-HS5 – 0.40% ± 0.02.
P<0.0001; P5-HS100 0.60% ± 0.06. P=0.0002) (Fig. 4.16.d+e). With previous constructs,
the proportion of contaminants from outside of the ITRs was greater than that of P5. With
the P5HS vectors however, the proportion of these contaminants were similar to P5 when
analysed as relative amounts for all but one amplicon: P5-HS5 amplicon 1 was
significantly lower in relative terms (0.64 ± 0.04. P=0.01) (Fig. 4.16.f). When analysed as
a percentage of the transgene, neither of the P5-HS produced AAV differed significantly
from P5 with outside of ITR contaminants (Fig. 4.16.g). This means that in contrast to the
previous promoter iterations that were examined, utilising the P5-HS system has reduced
the overall contamination of AAV as tested by qPCR, whilst simultaneously retaining the
production yield.
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To assess whether the contamination in AAV originating from outside of the ITRs was
indeed related to the production efficiency of REP78/68 promoter, a regression analysis
was performed comparing the titers observed relative to P5 and the relative contamination
observed outside of the ITRs. Relative contamination from outside of the ITRs was
negatively correlated with production titer (Amplicon 1 – R2 = 0.75. P<0.0001; Amplicon
2 – R2 = 0.89. P<0.0001) (Fig. 4.17.a+b). This result shows that the utilisation of a
REP78/68 promoter that yields efficient AAV replication is essential for maximising the
purity of the vector product. Higher vector purity should always be a desired goal of clinical
viral production for gene therapy, as it is likely to improve vector safety and tolerance.
However, there is also the possibility that vector purity could have an influence on the
functioning of the prep itself. The numerous promoter variations created in order to
produce a functioning construct give an opportunity to study this in a well-controlled
manner. Large scale preps (1X cell factory) of AAV8ssHLPhFVIII were produced with
either the P5 promoter, P5HS promoter, or a P5+P97 combo promoter to produce virus
with quantifiably different levels of DNA contamination (Fig. 4.18). Virus was titered and
contaminant amplicons were measured by qPCR to ensure the expected differences were
present. (Fig. 4.18.b). Mice were injected with 2e10vg AAV8ssHLPhFVIII. Circulating
FVIII levels were measured at 1-week post infection (n=5 per group) (Fig 4.18.c).
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Interestingly, the P5-HS infected mice showed the highest level of circulating FVIII protein
(286.7ng/ml ± 36.8), significantly higher than the AAV8hFVIII produced with the P5
promoter (111.5ng/ml ± 13.3. P=0.0003). There was no significant difference between
circulating FVIII levels of virus produced with the P5 promoter and the P5+P97combo
(104.0ng/ml ± 6.0. P=0.96) (Fig. 4.18.c). It is possible that the improvement in purity
associated with the P5-HS promoter configuration allows the infected AAV to proceed
through the steps to productive infection with less interference from the non-functional
contaminating DNA. However, for any conclusion to be made on whether the P5-HS
system does indeed result in the production of more efficacious product, this result would
have to be replicated in further contexts with additional preparations of virus.
To test whether the P5-HS system could be applied to serotypes aside from AAV8, the
5bp spacer configuration (P5-HS5) was cloned into AAV1 and AAV2 REPCAP plasmids.
AAV ssHLPhFVIIIv3 was then produced in either with either P5-HS5 or P5 driving
REP78/68 expression (Fig. 4.19.a). Titers did not significantly differ between P5 and P5HS across the tested serotypes (AAV1 P=0.99; AAV2 P=0.75) (Fig. 4.19.b). Given the
differences in the plasmid backbones between REPCAP plasmids, a universal set of
primers within the P5 promoter were used to assay contamination levels by qPCR.
Analysis of the supernatants revealed that all serotypes showed a decrease in relative
contamination levels of the tested amplicon when the P5-HS5 configuration was used for
production (AAV1 P5-HS5 – 0.22 ± 0.03. P= 0001) (AAV2 P5-HS – 0.30 ± 0.11. P=0002),
which when converted to a percentage of the transgene titer resulted in significantly lower
contamination (AAV1_P5 – 15.10% ± 0.19; AAV1_P5-HS5 3.34% ± 0.54. P<0.0001)
(AAV2_P5 – 16.37% ± 1.20; AAV2_P5-HS5 – 4.50% ± 1.04. P<0.0001) (Fig. 4.19.c +d).
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Finally, to ensure that the reductions in contaminant presence detected by qPCR
amplicons translated into a product with overall improved purity, FVIII and FIX preps
produced side by side in 293T cells at the cell factory scale with either the original P5
promoter or the P5-HS5 were next generation sequenced, alongside GMP grade purified
preps as a batch effect controls (Fig 4.20). In both FVIII and FIX contexts overall purity of
the resultant AAV was improved by around 2%, (AAV8ssHLPhFVIII: P5 – 89.5%
expression

cassette

DNA;

P5-HS5

91.5%

expression

cassette

DNA)

(AAV8scLP1hFIXco: P5 – 95.7% expression cassette DNA; P5-HS5 97.7% expression
cassette DNA) (Fig. 4.20.b). In both instances the P5-HS prep was a higher overall purity
than previously produced GMP grade preps (FVIII – 76.1% expression cassette DNA; FIX
– 97.0% expression cassette DNA). There was still a significant amount of contaminant
DNA detectable from the vector genome plasmid backbone in both cases; however,
unlike with the P5 replacement configurations that produced a lower yield, the contribution
of vector genome plasmid contaminants did not differ between the P5 and P5-HS
configurations in either FVIII or FIX. Interestingly unlike the papilloma-based designs, a
slight representation of sequences upstream of the P5-HS promoter were detected, as
can be seen on circos plots (Fig. 4.20.c+d). However, this is still considerably lower than
in the unmodified P5 preps and in combination with the titer retention achieved the overall
purity of the prep is improved with the P5-HS REPCAP plasmid configuration.
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4.3 Discussion:
AAV clinical production purity and efficiency is an important issue for the gene therapy
field. In recent years the FDA and European regulators have listed AAV product purity
and safety requirements that relate to the production process, including contaminating
nucleic acids.502 In order to meet these requirements, strategies to actively reduce DNA
contamination of purified AAV will be required.
The rationale for using papilloma early promoters was built off extensive basic research
into the relationship between HPV and AAV conducted in the 1990s. There are numerous
interactions between the HPV-16 genome and AAV replication proteins, and the HPV-16
proteins E1, E2 and E6 can assist in helper function for recombinant and WT AAV
replication and production.310 The aim of the initial studies was in part to establish a
mechanism

behind

AAV

mediated

inhibition

of

HPV-16

driven

oncogenic

transformation.494 These early studies of the inhibitory effects of the AAV replication
proteins on the papilloma life cycle provided insight into how an alternative production
system could be built and implemented.
Harvest timepoint had no observable effect on the relative levels of contamination in a
prep. This is somewhat surprising and suggests that this incorporation is occurring
throughout the production incubation at a constant rate relative to the expression
cassette. This finding shows that merely optimising the virus collection timepoint is not a
viable strategy to improve vector purity.
The slight reduction seen in raw values of contamination outside of the ITRs could be in
part due to a lower promoter activity and thus production of REP78/68 from these
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promoters. The promoter activity of the promoters other than for P5-HS was not directly
compared against P5. It is quite likely that the constructs that performed lower than the
50% production threshold that seems to be reached with the papilloma-based promoters
could be due to lower transcriptional activity in 293T cells. This is suggested by the fact
that converting the start codon from the low efficiency ACG to a standard ATG in the
HPV16-P97 promoter configuration improved production from 21.5% of P5 levels to
44.5%.
The HPV-18 driven REPCAP construct included just the first 105bp of the HPV18
genome. In all likelihood this promoter, whilst mapping from the start point of the HPV-18
genome, missed elements from the upstream regulatory region, which helps regulate
expression of the E6/E7 gene products of this promoter.503 It is possible that including
those elements would facilitate AAV production, as the BPV based construct, which did
include the upstream regulatory region found at the end of its genome was able to do so,
albeit at a lower level than the HPV16 based constructs.
It is possible that the level of P19 activation achieved is not sufficient with the papillomabased promoters. As the REP binding site of P5 aids in the transactivation of P19,
something that may not occur with these alternatives which are lacking GCTC containing
REP binding sites.
The successful design for improving the purity of AAV production (P5-HS5) retained all
the elements of the P5 promoter with a spacer sequence (GCAAC) inserted in between
the P5 TATA box and the YY1+1 box. The spacer sequence was generated at random
and the only parameters that were required were a lack of a GCTC REP binding motif or
an AT dinucleotide. The use of a DNA secondary structure predictor (Probknot, University

190

of Rochester) indicates that this spacer sequence has the potential to contribute to an
exposed loop. This GCAAC sequence was the only spacer employed for this length of
sequence. Whilst contamination upstream of P5-HS5 promoter was distinctly reduced, a
small number of reads upstream of P5 were still detected when P5-HS produced AAV
was analysed by next generation sequencing. It would be therefore be interesting in future
to test the effect of varying the sequence identity of the spacer as well as the length that
is used.
Despite the 5bp and 100bp spacers appearing functionally equivalent, the 5bp spacer
was used for the scale up studies. The rationale behind this was that because both
insertion lengths appeared functionally equivalent, introducing a smaller change to the
plasmid, in this case 5bp instead of 100bp, reduces the probability of introducing
additional sequence elements to the production system that could alter its properties in
an unintended manner. As this insertion is occurring within a promoter, perhaps certain
sequence insertions may alter the promoter activity and regulation, which if inadvertently
introduced could impact ratio of REP proteins and thus the final product. This was not
directly tested with respect to P5 and P5-HS constructs but would be an interesting follow
up experiment.
With regards to the in vivo infection data: Whilst the P5-HS-produced AAV produced the
highest levels of circulating protein in the experiments conducted, the results did not
appear to show a clear correlation between contamination levels and therapeutic protein
expression. Previous research with minicircles to produce AAV has suggested that lower
contamination of product yields superior cellular transduction in the self-complementary
context, although not in the single stranded context.467 No mechanism for how this would
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occur has been proven, and there may be other explanations for this such as differences
in full capsid ratios, or immune reactivity that is only seen at certain doses. It should be
stated that we have only tested a relationship between contamination and expression in
the context of the REP78/68 promoter. Indeed, improving the efficiency of other elements
of the recombinant AAV genome may also have a beneficial effect on vector purity and
may exhibit an improved therapeutic expression phenotype, but that is yet to be shown
and will require further investigation.
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Chapter 5

Serotype independent conversion of
AAV producer plasmids in to P5-HS
system:
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5. Serotype independent conversion of AAV producer
plasmids in to P5-HS system:
5.1 Introduction:
Given the proven utility of the P5-HS system in different AAV serotypes for retaining AAV
production capacity and reducing P5 derived contamination, it would be ideal to ensure
widespread implementation of such a system. The following chapter details a universal
method that takes advantage of this to generate plasmids from any serotype and
production configuration that contain the P5-HS5 spacer promoter, and a means to
directly test the production titer and DNA contamination levels as compared to the plasmid
it was generated from.
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5.2 Universal protocol to generate and test efficacy
P5-HS5 REP78/68 promoter plasmid:
5.2.1 Materials for generating and testing P5-HS5 REPCAP plasmid:
P5 containing REPCAP plasmid
SDM Forward primer: gcaacCTCCATTTTGAAGCGGGAGG - Inserted spacer sequence is

shown in red

SDM Reverse primer: ACCCTGCGTGCTCACTCG
NEB SDM kit (New England biolabs Cat# E0554S)
PCR tubes
Thermocycler
HEK293T cells (ATCC Cat# CRL-3216)
D10 media
Applied biosystems PowerSYBR reagent (ThermoFisher Cat#4367659)
Contamination Forward primer for qPCR: TAGAGGTCCTGTATTAGAGGTCACGT
Contamination reverse primer for qPCR: GCGTGCTCACTCGGG
Sanger sequence primer: TAGAGGTCCTGTATTAGAGGTCACGT
Annealing temperature: 67 degrees Celsius.
0.5M EDTA pH8.0.
NEBuffer 3 (NEB Cat#B7003S)
DNASE1 (NEB Cat# M0303)
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Proteinase K. (Cat. # AM2546, Ambion)

5.2.2 Protocol for generating and producing AAVwith P5-HS5 REPCAP
plasmid:
Day 1:
Dilute purified P5 containing plasmid to 10ng/µL in ddH20
Make up PCR mix as follows: (NEB SDM protocol E0554)
Reagent

Amount to add
(µL)

2X Q5 Hot start master mix

12.5

10µM Forward primer:
gcaacCTCCATTTTGAAGCGGGAGG

1

10µM Reverse primer: ACCCTGCGTGCTCACTCG

1

10ng/µL P5 containing plasmid

1

ddH20

9.25

Total

25

Run reaction in thermocycler using the following protocol:
Phase

Temperature

Time (seconds)

Denaturation 1

98°C

120

Denaturation cycle

98°C

10

Annealing

67°C

30

Extension

72°C

255*

Final extension

72°C

120

Hold

12°C

* Based on a maximum P5 containing plasmid size of 8.5kb. For larger plasmids use
30 seconds extra per kb.
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Once PCR reaction is complete thaw competent cells on ice.
Important: Do not transform into the NEB SDM kit provided competent cell type. For
accurate comparison between the starting plasmid and the mutagenized product for
AAV production efficiency and relative contamination levels the SDM product should be
transformed into the same competent cell type the starting plasmid was stored within.

Make the DPN1 digestion mix using the NEB KLD reagents:
Reagent

Amount to add (µL)

2X KLD reaction mix

5

SDM PCR product

1

10X KLD enzyme mix

1

ddH20

3

Total

10

Mix sample and incubate at room temperature for 5 minutes.
Transform 4µL of DPN1 treated PCR product mix into competent cell type as per
manufacturer’s instructions. Resuspend competent cells post heat shock in 250µL of
S.O.C. media.
Incubate S.O.C./ transformed bacteria mix in a shaking incubator at 37°C for 1 hour.
Streak 100µL of S.O.C./ transformed bacteria mix onto Agar plate harbouring the
appropriate antibiotic.
Incubate bacteria containing Agar plates at 37°C for 16 hours.
Day 2:
Check bacterial plate for colonies:
Pick colonies X6 per construct and seed into 5ml NZY or LB media + antibiotic.
Incubate for 16 hours at 37°C
Day 3:
Remove picked colony cultures from incubator.
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Take 0.5ml of media and add it to a corning tube containing 0.5ml of 50% glycerol.
Transfer stock to -80°C freezer.
Purify DNA from remaining 4.5ml culture by QIAGEN miniprep kit.
Elute plasmid DNA in 35µL ddH20
Sanger sequence verify transformed plasmid product reaction using the universal
primer sequence:
Reagent

Amount to add (µL)

3µM universal P5-HS primer:

1

100ng/µL P5-HS plasmid

1

ddH20

10

Day 4:
Plate 293 based production cells into a 6-well plate at 800k cells per well. (3 wells are
required per plasmid condition)
Day 5:
Make up transfection mix as below:
Add DNA solution to PEI solution and mix by inversion 5 times.
Incubate solution at room temperature for 15 minutes.
Add transfection solution dropwise to 293 cells.
Incubate 293 cells at 37°C 10% C02 for 7 days.* - Change media on day 2 to remove
leftover plasmid DNA
*After 7 days over 90% of produced AAV will be in the supernatant.349 However, the
duration of this step can be altered to match preferred production conditions.
Day 12:
Collect 100µL of supernatant from each of the AAV production wells.
Either freeze the supernatant directly at -20°C or proceed to the next step.
Remove non AAV packaged DNA from cell supernatant:
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Reagent

Amount to add
(µL)

AAV production supernatant

2

NEBuffer 3

10

DNASE1 (200U/µL)

3

ddH20

85

Incubate DNASE1 treatment reaction at 37°C for 1 hour.
Inactivate DNASE1 with addition of 2µL of 0.5M EDTA (pH8.0)
Incubate at 98°C for 10 minutes
Cool solution on ice.
Add 2µL of 10% SDS, 2µL of 20mg/ml Proteinase K and incubate at 55°C for 1 hour.
Incubate sample at 98°C for 10 minutes to inactivate Proteinase K.
Add 98µL of 0.01% Pfu68 to bring total volume to 200µL
Store sample at -20°C or proceed to quantification.

5.23 qPCR of AAV titer and contamination from 293 supernatants :
Materials:
10% Fluronic F-68 (cat# 24040-032, Gibco by Life Technologies)
Sample or standards diluent: 0.01%(v/v) F68 in nuclease free water
Dilute 10% Fluronic F-68 (stock) with nuclease free water to 0.01%
(v/v) F68, use this as all virus diluent diluent
(2X) PCR mix
MicroAmp Optical 96-Well Reaction Plate with Barcode (Cat#4306737, Applied
Biosystems)
MicroAmp Optical 8-Cap Strip (Cat# 4323032, Applied Biosystems)
Applied Biosystems 7500 Real Time PCR System

199

REPCAP plasmid standard:
Transgene primers: Varies upon construct
P5 contamination forward primer: TAGAGGTCCTGTATTAGAGGTCACGT
P5 contamination reverse primer: GCGTGCTCACTCGGG

Prepare 1:10 serial dilutions of standards: from stock standard linear 5E8 ssDNA to 5E2
ssDNA in diluent 0.01% F68.
Prepare a master mix for qPCR reactions:
Reagent

Per PCR reaction
(µL)

SYBR Master MIX
(2X)
primer F (100µM)

0.125

primer R (100µM)

0.125

Nuclease free water

7.25

Total

12.5

20

Total reaction volume is 25µL i.e. 5µL of template DNA (viral or standard)
20µL of master mix to each required well in a 96-well plate.
5µL of template sample is added to each well. (Each sample is measured in triplicate.)
qPCR plate is sealed with 8 Cap strips.
Spin down qPCR plate at 200g for 5 minutes in a benchtop centrifuge.
Place qPCR plate in Applied Biosystems 7500 machine (or equivalent)
Run qPCR program as follows: (40 cycles)
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Phase

Temperature

Time (seconds)

Initial hold

60°C

120

Denaturation 1

95°C

600

Denaturation cycle

95°C

15

Annealing cycle

60°C

60

X40 cycles

Export and analyse AAV titer and relative contamination originating at P5 promoter.
The above methodology was used to produce the AAV1 and AAV2 P5-HS variants that
were tested and has been used to produce other serotype plasmids currently under
investigation.
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5.3 Discussion:
The majority of produced AAV utilises the P5 promoter in some form. In chapter 4 the P5HS promoter was tested in serotypes other than AAV8; AAV1 and AAV2. The
methodology presented in this chapter will allow a 5 base pair spacer to be introduced
into any AAV producer plasmid that utilises the P5 promoter sequence and provides a
means to test this in direct comparison to the original P5 containing plasmid without the
introduction of confounding factors. The sequence upstream of P5 will vary depending on
the plasmid design, any differences in amplicon amplification kinetics, and finding
amplicon sets equidistant upstream of P5 in different plasmids could be a challenge when
attempting to compare contamination levels between heterologous designs. Here a
universal primer set contained within the P5 promoter that can successfully amplify
contaminant sequences is presented. (Fwd: TAGAGGTCCTGTATTAGAGGTCACGT;
Rev: GCGTGCTCACTCGGG). These primers should be used in addition to further
upstream amplicons to characterise AAV preps for REPCAP contamination. Further
testing of the P5-HS spacer system in multiple production contexts; suspension vs
adherent, 293 vs 293T, split REPCAP vs standard design. This will be an important to
ascertain if the benefit to using the P5-HS system is truly universal to AAV production or
has certain constraints, be it capsid, REP gene or configuration based.
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Chapter 6

Discussion
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6. Discussion:
6.1 General Discussion:

AAV gene therapy stands at the forefront of novel therapies for genetic diseases. The
number of clinical trials using AAV as a modality continues to increase. As such an
expansion occurs, the onus lies with researchers in the field to ensure that AAV based
treatments are highly reliable, safe and efficacious. A question lies within this however,
on where to set benchmarks on what constitutes reliable, safe and efficacious. For
instance there are monogenic diseases that are of such severity and with poor alternative
treatment options, such as spinal muscular atrophy or Batten’s disease, that to apply a
rigid standard on certain product related impurities may deny patients the chance to
survive that an AAV gene therapy approach may offer. On the other hand, there are other
less mortal diseases that may require a different risk-benefit analysis for the use of AAV.
Nevertheless, it is essential to understand the nature of the product that is administered
in any given trial. In the research conducted for this PhD the aim was to characterise in
detail the profile of non-expression cassette DNA present within AAV preparations, the
potential activity of that contaminant DNA post infection, and to subsequently develop a
means to minimise this. This has been achieved, with several questions answered and a
new component of the AAV vector toolkit developed.
In chapter 3 the profile of DNA contamination from producer plasmids was described. The
contamination profile was identified first by qPCR, and verified by deep sequencing of
purified AAV preps. By mapping deep sequencing reads to producer plasmids, three
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origins of contamination could be identified. DNA sequences adjacent to these sites were
overrepresented in the preps; the 5’ ITR, the 3’ ITR and upstream of the P5 promoter.
This profile was retained across different vector genomes, although their contribution to
the total DNA within AAV varied considerably. Interestingly, self-complementary ITRs did
not appear to initiate contamination efficiently, as minimal reads mapped to the regions
just outside of scITRs, suggesting that this could be an additional advantage to using the
self-complementary vector genome configuration where the expression cassette size is
below 2.35kb. The contamination profile from the P5 promoter raises an interesting
question. REP is known to be a directionally active protein, so it stands to reason that any
replication activity would occur in a single direction. This is indeed seen in the P5
containing REPCAP plasmid, with contaminant incorporation being seen upstream but
not downstream. In the ITR containing plasmids, unidirectional replication should be
occurring in the direction that excises the vector genome from the plasmid at either ITR.
Whilst this is the predominant mechanism in the expression cassette plasmid, the
presence of contaminants outside of the ITRs suggest some level of initiation in the
opposite direction. It is possible that this is due to the manner in which ITR containing
plasmids are set up. In the P5 promoter, there is 1 REP binding site (Fig. 6.1.a). In the
recombinant AAV genome there is 1 REP binding site per ITR. Yet, for the ssAAV genome
to form the ITRs from a dsDNA plasmid construct, 2 REP binding sites per ITR must be
present in inverted form. (Fig. 6.1.b) It is possible that some degree of directional REP
binding and excision into the plasmid backbone is occurring as a result of this. A good
way to test this would be via the creation of single stranded ITR flanked DNA cassettes
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to transfect in AAV production, perhaps generating these by asymmetric PCR from the
expression cassette plasmid.504
Chapter 3 also described the presence and activity of AAV producer plasmid derived
contaminants post infection. The DNA profile of contaminant reads in post infection
mouse hepatocytes matched that of the preps. Furthermore, the RNA profile of
contaminants showed reads that mapped back to regions both upstream of the P5
promoter and outside of the ITRs. Focusing specifically on the anti-P5 sequence, it was
identified that both transcription and translation could be driven from contaminants
originating upstream of the P5 promoter both in vitro and in vivo. Anti-P5 promoter activity
had previously been identified to drive small RNAs in the WT AAV context in HeLa cells.272
In fact, in the recombinant AAV setting, and the cell lines tested in this work the implication
of anti-P5 promoter activity appears to be amplified. Transfection experiments showed in
vitro that the anti-P5 sequence had an activity equal to that of the P5 promoter, and that
akin to the P5 forward sequence, its activity appeared to be repressed in the presence of
REP. In recombinant AAV there is no REP gene present in the final product, and therefore
no REP present to repress the activity of the contaminant sequences attached to the
incorporated P5 sequence that are transferred to the cell post infection. A caveat to this
would be that the 293T cells used for the transfection of the P5 fluorescent constructs
contain the E1a sequence from adenovirus type 5, which in the forward direction of P5
activity removes the transcriptional repression mediated by YY1 on the P5 promoter.297 If
YY1 were to provide this same repression in the negative direction it is possible that the
observed activity in 293 cells may be artificially higher than what would be seen in an
infected cell. However, the regulation of anti-P5 activity by YY1 was not investigated
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during this study, and the RNA sequencing data and protein studies suggest that
transcription is readily occurring upstream of P5 in cells post infection in mouse
hepatocytes.
In addition to the activity of sequences upstream of P5, the RNA seq profiles showed
reads mapping to sequences outside of the ITRs. The AAV ITRs have previously been
shown to mediate transcription and hence transgene expression.257,478 However,
transcriptional activity has not previously been investigated with the reverse of these
sequences. This makes sense as in a typical setup you would not expect to observe
reverse ITR sequences, and only in the presence of these ITR derived contaminants does
this become an issue. It also stands to reason that the ITR would show transcriptional
activity in its reverse direction due to most of the sequence being an ‘inverted repeat’. We
can hypothesise that the vector genome plasmid derived contaminants that exhibited
transcriptional activity in the mouse RNA studies were being driven by reverse ITR
sequences, however we only tested the reverse ITR promoter activity in the plasmid
context. Whilst these experiments did lead to detectable transcriptional activity, this would
not necessarily mimic the secondary structure of the contaminant fragment in its infected
form, and therefore further work should be done to assay whether it is indeed the reverse
ITR sequence that is driving contaminant transcription and whether these contaminants
can be reduced or removed by modifications to the plasmid design or other strategies.
Chapter 3 also used a reporter expression cassette placed upstream of the P5 sequence
to demonstrate the potential of sequences upstream of P5 in purified AAV to be
translated. This was observed both in vitro and in vivo. The significance of this is not to
say that every plasmid construct with P5 derived contaminants will result in protein
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product, but that the potential for this exists. Different research and clinical groups will
use different plasmid setups in their AAV production strategies and may not take
consideration of the location of the P5 promoter when placing other required genes. For
instance, if antibiotic resistance genes or adenoviral helper genes are present on the P5
containing plasmid, it is possible that they could become incorporated and expressed if
proximally upstream and correctly oriented in relation to P5. This could have a negative
downstream impact on the target tissue, be it via an increased immunogenic load or
unintended interactions of the aberrantly produced protein product. So far, this
phenomenon has only been tested in vivo with regards to liver directed gene therapy, and
it is possible the risk will be lower with other target tissues for gene therapy, although this
will have to be investigated further.
An interesting observation from the in vitro translation studies was the potential for
persistence in dividing cells. After infection with either an ITR flanked GFP cassette or a
P5-GFP contaminant cassette with no provided ITR flanked expression cassette, the
amount of DNA detected in 293T cells 3 weeks post infection as compared to 72 hours
post infection was not significantly different between the standard cassette and the
contaminant cassette. AAV is known to integrate in the genome at a low rate.505 It is likely
that the persistent GFP expression seen in the 293T cells at 3 weeks post infection is the
result of integration events. Indeed, when GFP positive contaminant cells were sorted out
from the negative population at 72 hours post infection and left to grow, some wells
produced GFP positive colonies. The rate by which this integration by contaminants
occurs however is unclear, and no attempt was made in this study to look at potential
integration sites. The results do however support the argument that these contaminants
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need to be minimised, as any increase to the potential integrative load of DNA increases
the probability of a disruptive insertion into the host genome. The integration profile of
these identified contaminants is an important question that should be addressed in future
studies. The hypothesis would be that the contaminants would integrate in a random
process, but that in the presence of REP these sequences would be directed towards the
characterised AAV integration sites AAVS1, S2, and S3.
The consistent observation made in this study of the transcriptional activity of AAV
contaminants conflicts with the conclusions of a well cited previous report.466 However, it
does not appear that the results are incongruous. In the Hauck et al study the primary
focus of assessing potential for contaminant transcription was the capsid gene and was
centred around the observation of an immune response against capsid epitopes in the
unsuccessful AAV2 based haemophilia B gene therapy trial.425 It was hypothesised in
that study that based upon the timing of this immune response, the capsid epitopes may
be sourced not from residual AAV capsid protein after infection, but from transferred and
transcribed capsid contaminant DNA. Whilst residual DNA impurities were detected post
infection, transcription of capsid gene sequence was undetectable. The conclusion was
therefore made that the CD8+ T cell immune response against the capsid epitopes was
the result of the delivered virus and not from de novo synthesis mediated by
contaminating sequences. Following what has been elucidated in the presented thesis, it
is unsurprising that this 2009 paper did not identify transcription of contaminants. Firstly,
presuming that a standard configuration with regards to P5 promoter position was used
in these production plasmids, the amplicons in that study would have been many kb
upstream of P5 and thus unlikely to be ideal for detecting contaminant transcription.
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Indeed, the level of cap gene contamination was quantified at 0.00018% of the transgene,
suggesting the purity of the prep used for the analysis of contaminant transcription was
such that the sequences assayed by qRT-PCR were likely under the limit of detection.
Similarly, the adenoviral and ampicillin resistance amplicons tested in CBL57/Bl6 mice
did not yield detection of transcript in the Hauck study. Exact quantification of these
amplicons is not listed in this paper but referred to as “trace amounts”. In contrast, the
analysis of AAV preps in this thesis has elucidated that the sequence identities
themselves are not relevant, as the P5 promoter serves as the initiation point for both
contaminant incorporation and contaminant transcription. In the standard configuration
this leads to the transcription of antibiotic resistance genes contained within the plasmid
backbone, but not necessarily in a manner that would lead to their translation. If the P5
promoter is positioned downstream of CAP, as is common to many publicly available
REPCAP plasmids of varying serotypes (Table 6.1), it is those upstream capsid
sequences that will be incorporated and then potentially subject to transcription (although
this would still not yield AAV capsid protein fragments being produced due to the
directionality of this transcriptional activity).
Another issue with respect to AAV contamination raised in the Hauck study is the question
of backbone size to reduce contamination. The study identified sequences from the ITR
containing plasmid backbone to be present with abundance in the preps.466 When the
backbone size was increased from 2.5kb to over 6kb the contaminant sequences
detected were reduced over 7 fold. The amplicon used to measure this mapped to the
ampicillin gene, present in all backbone constructs, but did not factor in the distance of
the ampicillin from an ITR in each vector setup. The conclusion was made that by
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increasing the backbone size to over 5kb i.e. the packaging capacity of AAV, the
incorporation of contaminants by “reverse packaging” could be considerably reduced. The
work in this thesis builds upon this by showing that even with an oversized backbone
(19kb in this thesis work) initiation of packaging in the reverse direction occurs at ITRs,
meaning that though an oversized backbone may help in reducing the level of DNA
contaminants, it is not sufficient to eliminate these sequences from AAV preparations.

Chapter 4 focused on developing a system that would remove the contamination
phenotype upstream of P5, to yield a purer overall AAV product. It was known that a
simple promoter substitution would not yield high quantities of AAV from previous work,506
and that an effort to replace or modify P5 would ideally retain the autoregulation of AAV
REP protein expression in the AAV replication process. High titer production that removed
the upstream contaminant phenotype in the REP78/68 driving promoter was achieved in
several constructs, that used the REP binding site present in the early promoter of HPV16
viral genome ‘P97’. However, in these constructs it was not possible to generate a viral
yield that equalled P5 and on further investigation this caused an increase in DNA
contamination from the other plasmid source, the vector genome plasmid. Fascinatingly,
the raw numbers of contaminating sequences as determined by qPCR did not vary
considerably between REPCAP constructs, and it appeared that the increase of
contamination was as a function of the titer in each production context. This may have
implications for transgene design and selection. Certain gene construct configurations
may be packaged less efficiently than others. For instance, constructs encoding short
hairpins close to the WT ITR in self-complementary AAV designs have lower yields than
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those that do not.463 Other constructs that incorporate an expression cassette which
interferes with cellular processes yield lower viral quantities.507 Notably, cassettes that
are oversized result in lower yields than those that fit within the packaging capacity of
AAV.508–510 Oversized cassettes are often used in AAV production, as groups try to push
the envelope on what genetic information can be delivered through AAV. Indeed, much
of the work in this thesis was done by packaging a minimally oversized FVIII cassette. If
contamination yield at a given scale were to remain constant as seen in our studies, then
contamination as a percentage of the transgene would be greatly increased in cassettes
that produce with low efficiency. Further study of this precise question will be useful in
aiding future therapeutic cassette designs.
Implications also exist for gene constructs where the GOI exceeds the packaging capacity
of a single AAV virion and a dual vector approach is used. Dual AAV approaches have
been designed and implemented for several preclinical gene delivery strategies for
disorders like congenital hearing loss, retinal disorders, and dysferlin deficiency.511–513
Dual AAV approaches have also been applied to gene editing approaches for disorders
such as Tay Sachs and Sandhoff disease.514 One recent gene editing strategy for
haemophilia B in mice used dual AAV delivery to provide saCas9 and a full FIX copy for
insertion at the albumin locus.515 The efficacy of this approach relies on the successful
transduction of both sides of the dual cassette in a single cell. By its very nature the
production efficiency is halved, as 2 genome containing particles are required for 1
transducing unit. As such the ratio of contaminant DNA vs full expression cassette copies
would be doubled. The same principle would apply to situations in which 3 AAV particles
are required, as has been developed preclinically for Alström syndrome and certain
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disorders of the inner ear.516,517 A triple AAV delivery has also been applied in the clinical
setting for Zinc finger mediated gene editing to treat Mucopolysaccharidosis I (Clinical
trial# NCT02702115) and Mucopolysaccharidosis II (Clinical trial: NCT03041324). In
these cases, contamination from production would be tripled for each functional copy of
the cassette administered.
The imperfect findings in chapter 4 relating to the substitution of the P5 promoter with
sequences from the papillomavirus early promoter sequences led to the investigation of
more subtle modifications to the P5 promoter. The direct substitution of the P5 RBS into
the HPV16-P97 promoter did not lead to the direct upstream incorporation of contaminant
sequences, suggesting that an RBS alone was not sufficient to drive contaminant
incorporation. This makes sense as previous studies have shown that an RBS and a TRS
nicking site are required for AAV replication and indeed integration at preferred REP
dependent sites.518 The deletion of 2 nucleotides at the TRS mimic site in the YY1+1 box
of the P5 promoter saw yields drop to 50% of the intact P5 promoter. It is possible the
disruption of YY1+1 binding could impair P19 activation, in which the other YY1 binding
site YY1-60 aids in the P5 dependent REP mediated transactivation of P19.175 This
hypothesis was not directly tested. Alternatively, the disruption of the YY1+1 box could
have directly decreased transcription from the P5 promoter. The subtle modification that
retained AAV titer at normal levels retained all elements of the P5 promoter, i.e. the MLTF
binding site, the YY1 boxes, the P5 TATA (includes the RBS). This design merely added
a spacer between the end of the TATA box and the start of the YY1 box. Retaining the
vector titer led to a product that was of higher overall purity. The implications of this are
far reaching within the AAV gene therapy field. Because the modification to improve
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vector purity was made to the REPCAP plasmid, any ITR flanked expression cassette
construct may be used. Furthermore, as demonstrated within chapter 4, this system is
applicable across AAV serotypes, as all AAV capsid genes can utilise the P5 driven AAV2
REP gene in 293 based production. The relationship observed between the higher viral
titers and lower contamination brings up an interesting question with regards to serotype:
A previous study demonstrated vast differences between AAV capsid identity and
production titers.519 The results in our serotype test of the P5-HS system support this and
indicate that low producing serotypes such as AAV2 result in vastly increased
contamination phenotype. A whole subfield exists in both the academic and commercial
realm to alter the AAV capsid for desired properties, most commonly transduction
efficiency of the target cell. However, if the best transducing variant produces
considerably lower viral yields, then the purity of the resulting product may be far lower
than an alternative serotype with a slightly lower transduction potential. Finding this
balance should be a consideration for clinical decision makers and indeed regulators to
ensure the best and safest product is developed. The system developed in this work
should aid in achieving that goal.
The results from this study did not aid in the active removal of contaminant sequences
outside of the ITRs. One crucial observation was that high efficacy AAV production
reduces the proportion of contaminants in the final prep. For an individual expression
cassette this means that the best way to reduce contamination is to have efficient
production. The packaging of oversized genomes is known to be less efficient than
genomes ≤ 4.7kb.509,510,520 For expression cassettes that are minimally oversized, DNA
contamination may be a greater concern than cassettes that package efficiently. Based
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on the evidence amassed, I would hypothesise that a dual AAV approach would result in
a purer overall treatment strategy than a low production efficiency single virion method
that used an oversized expression cassette (Figure 6.2), although this will likely depend
on how oversized the construct is. The precise effect on cassette size on DNA
contamination and production efficiency should be investigated in detail in future studies.
In chapter 5 a universal method for the conversion of AAV production plasmids into the
P5-HS system is described. The purpose of this is in part detailed in the previous
paragraph. When making comparisons between two variables the best experiment only
changes that specific variable. Plasmids used in the research setting are often transferred
lab to lab depending on user need and not necessarily constructed from a previous
design. In the context of AAV production this could mean REPCAP plasmids of different
serotypes differing in not just the capsid sequence, but other features like P5 promoter
positioning, antibiotic resistance genes, and other backbone sequence identities. By
providing a stepwise means of direct conversion (5bp SDM insertion), and a robust assay
for small scale (6 well) assessment of yield and purity, this P5 promoter manipulation can
be easily implemented into the production plasmid system of an individual research group
and compared in different settings to origin plasmids previously in use. Such truly direct
comparisons may help tease out serotypes or configurations in which the benefits of the
system are either heightened or minimised. Furthermore, as the field begins to look to the
REP genes of AAV in the manner that it has viewed the CAP genes for many years, as
sequences to modify and alter for beneficial properties, it will be worth studying whether
this P5-HS configuration provides any benefit to production in scenarios in which the REP
protein is not derived from WT AAV2.
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The production system used in this work used a consistent methodology: All production
was done in 293T cells, and all with adenovirus type 5 helper genes. Helper functions
have been identified in viruses other than adenovirus, in viruses such as HSV-1, HPV16,
and others,306,310,521 and research groups often seek to take advantage of the beneficial
functions of these other viruses in the production process. For instance genes from the
Human Bocavirus 1 genome have recently been used to boost AAV production
levels.313,522 It is likely that further genes helpful to the production of AAV will be elucidated
and implemented in production schemes. The broad strata of viruses that have already
been identified to provide helper function to AAV replication indicate that more efficient
helper proteins could be discovered or artificially synthesised. It will be important as the
field evolves to produce virus for clinical applications in new and improved ways that
vector purity is considered alongside of titer as a high priority consideration. Side by side
comparative studies of the contamination profile of different AAV production systems are
lacking and given the already known interaction between the AAV REP proteins and these
other viruses.202,495,523 It will be important to assess that where these elements are used
in an AAV production setting, they are not inadvertently driving an active DNA
contamination process that could compromise the purity of the prep. It should be noted
that even plasmid DNA sequences at great distance from the identified incorporation sites
are still represented at a detectable rate. It may be beneficial to build out stable cell lines
that incorporate the adenoviral helper gene functions to create a system that will reduce
to incorporation of any sequences from viral origin be it adenoviral or AAV based.
With regards to how this work can be implemented into improving gene therapy for
haemophilia: A recent estimate put the total prevalence of haemophilia patients worldwide

219

at over 1.1 million.524 Currently approved gene therapy products are debuting on the
market for costs upwards of 1,000,000 USD.525 Using this proposed economic model for
haemophilia, a 1-million-dollar treatment would cost over 400 trillion to reach the 418,000
estimated haemophilia patients worldwide with severe disease.524 Given the vast cost of
the current standard of care; recombinant factor prophylaxis, this high price tag should
still result in cost savings for health services over an extended period. However, the setup
of the economic model is such that patients in developed nations will likely not be the
majority recipients of gene therapy treatments for haemophilia in the coming years.
Arguably the greatest clinical benefit of a onetime treatment would be to translate gene
therapy approaches to developing nations, where far less access to recombinant factor
exists, especially for prophylactic regimens. To achieve such a goal, further
improvements to streamline cost of production are going to be essential if this form of
therapeutic is to be implemented on a truly global scale. One aspect of the process that
will help in this role is improving viral titers. Strategies exist to do such a thing, such as
alteration of the P40 splice site in the REP gene.526 or knocking down certain proteins in
the production cell line such as YB1.527 Whilst this thesis work did not yield an
improvement in viral titers with the final production design, it achieved a higher level of
purity whilst retaining the yield, and thus something that could be implemented without
increasing overall production cost.
The recent strides made in the field of genet have opened opportunities to treat genetic
disorders with a precision, durability and efficacy previously unattainable to biomedicine.
This is objectively beneficial to patients. However, the rapid pace at which treatments are
being developed with these tools can lend itself to a parochial deference regarding the
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tools themselves. It is essential to further our understanding of the best treatment for a
given disease to asses with equal intensity the merits and drawbacks of the tools. To take
a parallel example; shRNA technology has revolutionised our ability to silence gene
expression and has been applied to the clinic in a variety of contexts.528 However, it was
only recently that a mechanism behind potential liver and cardiotoxicity after delivery of
shRNA constructs was characterized and understood.

529,530

This knowledge allows

adaptation of the design; in this specific case the use of 19 nucleotide shRNAs instead of
21 for delivery to the heart to avoid toxicity.530 Similarly, the characterisation and
understanding of all the component parts of AAV production and purification is key to the
future of gene therapy. Unaccounted for differences between AAV preparations could
confound the results of comparisons made between different vector designs and lead to
incorrect conclusions being drawn. Final purity of vectors should be a part of this
consideration when performing these types of experiments. To give an example:
conflicting data was referenced in the introduction about the ideal serotype for liver gene
therapy delivery.418–422 Greater characterisation of AAV construct purity in the research
setting may help to settle any differences in outcome and reproducibility related to product
efficiencies and should be strived for in studies that utilise AAV as a research modality
regardless of experimental aims.
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6.2 Future Directions:
The research conducted in this thesis has provided avenues of future research that
should be followed up on:
With regards to AAV vector purity it should be highlighted that there have been other
tested hypotheses to reduce DNA contamination from AAV vectors. DNA Minicircles have
been

previously

been

used

for

AAV

production

plasmids

to

reduce

AAV

contamination.467,531 However, this modality would not be successful in preventing
contamination from the REPCAP plasmid, as a constrained circle to eliminate the vector
backbone would bring the P5 promoter into closer upstream proximity to the capsid genes
and merely result in an increase in the incorporation of AAV capsid and potential
replication gene DNA. There is also a strategy that utilises telomerase sequences to
replicate DNA in bacterial cell free manner known as “doggybone” DNA. This is an
interesting idea if it can be implemented into more widespread use. There would in this
context be less sequence length of DNA to be incorporated upstream of P5 in a
doggybone configuration, although still would not fully address the issue of the
contamination initiation upstream of P5, as P5 would still be present and there would still
be upstream sequences that led to the terminal “doggybone” end of DNA. It will be useful,
in the future, to test this improved P5-HS setup in conjunction with other strategies that
can potentially improve vector purity, such as minicircles, doggybone DNA or other future
developments.
Another question that could be asked given the results of this thesis relates to plasmid
purity as a factor in AAV contamination. Plasmid DNA can exist in either a covalently
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closed circular (ccc) or open circle (oc) form depending on the level of DNA nicking
present. Ideally for AAV production, plasmid with a high level of ccc DNA should be used.
It is possible that nicked plasmid DNA could result in a higher contamination prep due to
REP only having consensus binding and nicking sites at the P5 and ITR loci, thus prepresent nicks elsewhere along the plasmid would serve to complete any excision event.
This DNA is likely either being excised without replicating or undergoing an incomplete
replication event. Regardless of the mechanism, high consideration should be given
towards eliminating variance between the production, storage and starting quality of
plasmids used for AAV production in any setting
The discovery of equal activity of the reverse direction of the P5 promoter is an interesting
facet of AAV biology. Firstly, it suggests that anti-P5 could have a time-sensitive role in
the WT AAV replication cycle that is yet undescribed which could be further explored.
Assessing the activity of the anti-P5 promoter in different cell types will also help to
elucidate which gene therapy strategies have the most to be concerned about regarding
off target transcriptional activity from P5 derived contaminants. Of interest would be
assessing this activity in the retina.
The robust activity of anti-P5 detected in this study opens the possibility for the use of the
P5 promoter in research. The P5 promoter is exceedingly short (145bp). Short promoters
are exceedingly useful for incorporation into recombinant viral constructs where space is
limited. There are many instances by which the expression of two genes is required. The
typical way this is done from a single promoter is via the incorporation of IRES or 2A
sequences.532,533 These systems are incredibly useful but have downsides. With the IRES
sequences the expression of the second gene is often far weaker than that of the first.534
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The 2A system is much shorter (18-22 amino acids)535 and therefore more suited to use
in sequence length constrained settings. A problem with this system is the furin cleavage
site from 2A sequences leaves a hanging sequence of 20-23 amino acids at the cterminus of the first gene used in the construct, and an N-terminal proline on the second
gene.536 This could cause a problem to experiments involving proteins with highly
conserved c or n-terminal regions. These issues could be avoided if a short bidirectional
promoter with equivalent + and – activity could be characterised. The P5 sequence would
be a candidate for this. However, the functionality of this promoter across cell types is
poorly described and it may be that strong bidirectional activity of P5 is only observed in
a limited manner. The strong bidirectionality activity was quantified with P5 in 293T cells,
which contain Adenoviral helper genes E1a and E1b. E1a is known to play a role in the
transcriptional activity of P5 and so it is possible that strong bidirectional promoter activity
is diminished outside of this context. It is also possible that this activity from P5 is limited
to tissue types permissive to AAV replication. Further work should focus on the
comparative utility of P5/antiP5 to other bidirectional promoters of different strengths and
sizes in different target cell contexts.537,538
Interestingly, the extent of P5 activity and characterisation in different human cell types
has not been extensive, the same goes for the other AAV promoters. AAV has been
shown to be widely distributed across tissues in humans.227 It could be largely assumed
that P19 and P40 activity would be retained in any cell types capable of replicating AAV.
A systematic study of the cell type specificity of AAV promoters could reveal interesting
insights into both AAV replication biology and provide useful information about which
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tissue types are of greater concern with regards to the risk posed by any residual
replication competent AAV particles transferred.
Whilst the P5-AAV2 REP system is used throughout AAV production, it has also been coopted to aid in the production of another useful parvoviral gene therapy vector; Bocavirus.
Bocavirus production also uses a transient transfection system similar to that of AAV and
the P5 driven AAV2 REP is used in production of recombinant bocavirus.539 The AAV2
ITRs are also often used in this system and therefore in future work it would be useful to
assay whether bocaviral production is hampered by the same contamination profiles and
indeed whether the P5-HS system could be implemented into the recombinant bocaviral
production system to improve vector purity. The characterisation of contaminant DNA
from other DNA based gene therapy vectors is also currently lacking. An important follow
up to this study would be to look at adenoviral gene therapy preparations through a similar
lens as AAV has been, especially considering recent advances that have expanded the
utility of the adenoviral vector toolkit.540,541
Whilst in the deep sequencing analysis, contaminant reads in the producer plasmids
against the reads that map to the expression cassette are quantified, the percentage of
expression cassette reads may not represent a count of functional genomes. As is shown
more markedly in the FVIII deep sequencing, there is a disparity between genome
position and read counts. The read counts suggest there is more abundant representation
of DNA towards the 3’ end of the recombinant genome. This bias has also been detected
in other deep seq analysed preps and appears to be consistent. In FVIII, which is an
oversized expression cassette this would make sense, the full genome cannot be
packaged successfully and perhaps a shearing event occurs during the packaging
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process, leading to a smearing of genomes when run on a gel.480 Productive infection
likely relies on recombination of these sequences post infection. Future studies focusing
on expression cassette truncations should ask the question, what constitutes a functional
AAV genome. Certainly, it does not appear that question is answered merely by the
presence of the full cassette sequence. Future work with oversized cassettes could look
at whether partial strands of single polarity (just + or just -) in an oversized cassette can
provide any functionality in a combined setting, the hypothesis would be that they would
not, and to look to strategies for either expanding the packaging capacity of AAV or to
reduce the presence of smaller identity fragmented genomes and VP1 deficient particles
from final AAV preps. Looking into differences in charge densities, or molecular weight
differences between VP1 containing and deficient full particles could be one avenue to
increasing not just apparent vector purity, but ‘functional purity’ of AAV preparations, and
similar methods could be employed to reduce the so called ‘empty’ particle fractions that
may contain small transgene fragments that increase the antigenic load without
functionally contributing to the preparation.

The FDA states that the residual DNA from cell line fragments should have a median
length less than 200bp.1 The alkaline gel results in Chapter 4 from a contaminant only
prep clearly show that product related impurities from the P5 promoter contain a
substantial proportion of sequences that range in size up to the packaging capacity of
around 5kb. In this case the identified DNA is more likely to originate from the P5
containing REPCAP plasmid than the producer cell line, however in any future study of
the contribution of host cell DNA to AAV contamination, sequence length should also be
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assessed. Whilst production cell line DNA is a lesser factor in terms of contamination
contribution to AAV, identifying whether specific sequences within the production cell line
genome were overrepresented in the final AAV prep is a pertinent point of future study.
There are over 15,000 positions within the human genome that contain at least two
adjacent GCTC tetranucleotide sequences.447 Indeed some of these can be found near
or within proto-oncogenes such as c-sis and the carcinoma associated marker TROP2.184 If the mere presence of the REP recognition sequences could facilitate incorporation
into AAV then these sequences from the human genome could be incorporated into AAV
from the human derived producer cell line. Our results suggest that more than just a REP
recognition sequence is required and that a loop structure with an eligible REP cleavage
site would be required for incorporation. It is likely that of these identified sequences within
the human genome, some would meet these requirements.
Likewise, the Baculoviral infection of SF9 insect cells is another primary means of
generating AAV for the clinic. A full genome search of spodoptera frugiperda SF9 isolate
(WGS accession: NJHR01000000) reveals that there are 99 sites that contain a GCTC
triplet and 8 sites that contain a GCTC quadruplet. It is likely that AAV REP will bind to
these identified sequences. Interestingly, within these 107 sites there are 11 sequences
that identically match the 14bp Rep binding site present in the AAV2 ITRs. The quadruplet
sequences would be of particular interest to follow up on for REP binding strength and
potential replication initiation because a study that identified an AAV integration site within
the African Green Monkey genome showed that a GCTC quintuplet motif has a six fold
higher REP68 binding affinity than the human AAVS1 site, although this was identified
with the AAV4 REP and not AAV2.542 In addition to this, early studies of the virus showed
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that of a GCTC trimer binding site, the first and third repeats are the most important in
retaining replicative potential.543 GCTC/NNNN/GCTC sequences of the cell line genome
should also be scanned in future studies of AAV production for potential incorporation into
the virion. A tangible future direction towards improving the purity of the AAV vectors
produced with both human derived cell lines and the baculoviral infection system would
be to use a higher fidelity form of deep sequencing to quantify host cell genome packaging
at these regions, and to develop producer cell lines that have those regions knocked out,
examining whether equivalent production efficiency and higher AAV product purity could
be achieved. An additional interesting facet of the contaminant deep sequencing data
from AAV preps is that we did not observe even read coverage across the expression
cassette. A consistent bias towards the terminal ends of the genome was observed, most
markedly in the oversized FVIII cassette but also within some well packaged cassettes.
A recent paper from the University of Massachusetts that was using deep sequencing to
characterise truncated genomes resultant from sgRNA containing constructs also
observed genome truncation at self-complementary ITRs,464 and this has also been
described by the same group in the context of single stranded shRNA containing
constructs. Further study of the factors influencing the presence of truncated vector
genome reads will be incredibly valuable to the field.

The information gained from this PhD could also help to further the investigation into the
improvement and diversification of AAV helper sequences for production. As sequences
from across DNA viral families have been shown to exhibit helper function for AAV
replication, it is likely that this repertoire could be expanded as research in the area
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develops, be that through discovery of novel helper sequences from other viruses, or the
improvement of known helper sequences through artificial engineering strategies. By
subjecting AAV preps produced with novel helper sequences to a deep sequencing
protocol it can be ensured that any newly developed method does not lead to active
incorporation of sequences other than the expression cassette.

6.3 Concluding statement:
This PhD study has achieved a far greater characterisation of the causes and effects of
AAV DNA contamination than prior studies, overturning a well cited prior observation that
contaminant AAV sequences were transcriptionally silent,466 and the development of a
universally implementable system that can produce AAV to a higher level of purity than
would otherwise be achieved. The P5 spacer promoter system developed in the course
of this study can be used to improve the purity of AAV genomes produced with any AAV
serotype regardless of expression cassette and will be useful for both the improvement
of research grade AAV for nonclinical applications and most importantly for the
improvement of purity in AAV produced in a clinical grade setting.
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Appendices:
Appendix 1 - Detailed protocol: Caesium Chloride plasmid
purification:
Caesium Chloride plasmid purification:
Materials:
1.
2.
3.
4.
5.
6.
7.

Kanamycin Disulfate salt: cat# K1876-25G, Sigma
Ampicillin Sodium salt: cat# A0166-25G, Sigma
Isopropanol: 1L. Cat# A416-4, Fisher Scientific
Isopropanol: 500ml. Cat# I9516-500ml, Sigma
CsCl: cat# BP210-500, Fisher Scientific
Ethidium Bromide (10mg/ml): cat# E1510-10ml, Sigma
OptiSeal centrifuge tubes: 36.2ml, cat# 362183; 11.2ml, cat# 362181, Beckman
Coulter
8. Needles: 18G, cat# 305195, BD. 20G, cat# 305176, BD
9. Slide-A-Lyzer Dialysis cassette (10K MWCO): 0.1-0.5ml capacity: cat# 66383;
0.5-3ml capacity: cat# 66380; 3-12ml capacity, cat# 66810, Thermo Scientific
Method:
1.
2.
3.
4.
5.
6.

Seed 1 litre of NZY media + antibiotic in flask with plasmid from glycerol stock.
Incubate at 37°C overnight with shaking
Spin down at 6000g at 4°C for 20 min.
Discard supernatant.
Freeze the cell pellet at -20°C or continue to next step.
Add 30ml Cell Resuspension Solution, resuspend the cells.
• 50mM TRIS-HCL pH 7.5
• 10mM EDTA
• In ddH20
7. Add 30ml Cell Lysis Solution, invert 6 times, then stand @RT for 5 min.
• 0.2M NaOH
• 1% SDS
• In ddH20
8. Add 30ml Neutralization Solution, invert 6 times.
• 1.32M Potassium Acetate
• Made to pH4.8 with glacial acetic acid
• In ddH20
9. Spin at 12,000 rpm for 15 min at 4°C.
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10. Filter supernatant through 70um cell strainer.
11. Add 0.7 volume of Isopropanol + mix
12. After 10 min, spin at 20,000g for 30 min at 4°C.
13. Add 26ml of TE to resuspend DNA pellet by gentle shaking.
14. Add 27g of Caesium Chloride and mix.
15. Add 1ml of Ethidium Bromide (EtBr stock 10mg/ml) into a 36.2ml OptiSeal
centrifuge tube
• add the CsCl-DNA-TE mixed solution into the same OptiSeal tube
16. Balance tubes with CsCl/TE 1:1 solution, cap and mix.
17. Spin in ultracentrifuge at 47K rpm for >16 hrs @20°C. (Beckman VTI 50 rotor)
• After spin, avoid mixing of gradient during handling of tubes.
18. Harvest the lower DNA band (plasmid) with an 18G needle and syringe, transfer
DNA solution into an 11.2ml OptiSeal tube, fill with CsCl/TE 1:1 solution, and
balance tubes.
19. Spin at 65K rpm for 6 hrs @20°C (Beckman NVT 65 rotor).
20. Harvest DNA band with 18G needle and syringe and transfer solution into a 50ml
conical tube.
21. Remove EtBr by adding same amount of Isopropanol from an Isopropanol-CsClTE solution.
22. Repeat 3-5 times until liquid appears clear.
23. Transfer solution to dialysis cassette with a 20G needle and syringe
24. Dialyse with 4L of TE Buffer O/N.
25. Change out TE buffer, dialyse for 4 hours.
26. Change out TE buffer, dialyse for 4 hours.
27. Collect DNA solution from dialysis cassette in conical tube.
28. Quantitate DNA and label

Appendix 2 – List of active AAV clinical trials:
Sourced from clinicaltrials.gov search term AAV gene therapy
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Efficacy and Safety of AAV2-REP1 for the Treatment of
Choroideremia

Trial of AAV5-hFIX in Severe or Moderately Severe
Hemophilia B

Safety and Dose Escalation Study of AAV2-hCHM in Subjects
With CHM (Choroideremia) Gene Mutations

A Phase 1/2 Open-Label, Dose Escalation Study to Determine
the Optimal Dose, Safety, and Activity of AAV2hAQP1 in
Subjects With Radiation-Induced Parotid Gland Hypofunction
and Xerostomia

VRC 603: A Phase I Dose-Escalation Study of the Safety of
AAV8-VRC07 (VRC-HIVAAV070-00-GT) Recombinant AAV
Vector Expressing VRC07 HIV-1 Neutralizing Antibody in
Antiretroviral -Treated, HIV-1 Infected Adults With Controlled
Viremia.

Dose Confirmation Trial of AAV5-hFIXco-Padua

AAV2/8-LSPhGAA in Late-Onset Pompe Disease

2

3

4

5

6

7

Title

1
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Recruiting

Active, not recruiting

Recruiting

Recruiting

Active, not recruiting

Active, not recruiting

Active, not recruiting

Status

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available

Study Results
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•Pompe Disease

•Hemophilia B

•HIV-1 Infected Adults With Controlled
Viremia

•Head and Neck Cancer

•Xerostomia Due to Radiotherapy

•Radiation-Induced Parotid Gland
Hypofunction

•CHM (Choroideremia) Gene Mutations

•Choroideremia

•Hemophilia B

•Choroideremia

Conditions

•Biological: AAV2/8LSPhGAA

•Genetic: AAV5-hFIXco-Padua (AMT-061)

•Drug: VRC-HIVAAV070-00-GT (AAV8VRC07)

•Drug: intra-parotid administration of
AAV2hAQP1

•Biological: AAV2-hCHM

•Genetic: AAV5-hFIX

•Genetic: AAV2-REP1

Interventions

ClinicalTrials.gov Search Results 07/27/2020

•Duke University, Durham, North Carolina, United States

•University of Michigan, Ann Arbor, Michigan, United States

•University of California, San Diego, San Diego, California,
United States

•University of California, Davis, Sacramento, California, United
States

•Los Angeles Orthopedic Hospital, Los Angeles, California,
United States

•National Institutes of Health Clinical Center, Bethesda,
Maryland, United States

•Health Sciences North - Northeast Cancer Center, Sudbury,
Ontario, Canada

•Atrium Health, Charlotte, North Carolina, United States

•Memorial Sloan Kettering Cancer Center, New York, New York,
United States

•Brigham and Women's Hospital, Boston, Massachusetts, United
States

•University of Louisville, Louisville, Kentucky, United States

•Children's Hospital of Philadelphia, Philadelphia, Pennsylvania,
United States

•University of Pennsylvania, Philadelphia, Pennsylvania, United
States

•Massachusetts Eye and Ear Infirmary, Boston, Massachusetts,
United States

•uniQure Investigative Site, Utrecht, Netherlands

•uniQure Investigative Site, Rotterdam, Netherlands

•uniQure Investigative Site, Groningen, Netherlands

•uniQure Investigative Site, Amsterdam, Netherlands

•uniQure Investigative Site, Frankfurt, Germany

•uniQure Investigative Site, Berlin, Germany

•uniQure Investigative Site, Copenhagen, Denmark

•and 7 more

•Study Site, Glostrup, Denmark

•Study Site, Vancouver, Canada

•Study Site, Montréal, Canada

•Study Site, Madison, Wisconsin, United States

•Study Site, Dallas, Texas, United States

•Study Site, Portland, Oregon, United States

•Study Site, New York, New York, United States

•Study Site, Baltimore, Maryland, United States

•Study Site, Miami, Florida, United States

•Study Site, Los Angeles, California, United States

Locations

Long-term Safety and Efficacy Follow-up of AAV2-REP1 for
the Treatment of Choroideremia (SOLSTICE)

A Safety Study of Retinal Gene Therapy for Choroideremia

AAV2-GDNF for Advanced Parkinson s Disease

Long-term Follow-up Study in Subjects Who Received
Voretigene Neparvovec-rzyl (AAV2-hRPE65v2)

Gene Therapy for X-linked Retinitis Pigmentosa (XLRP)
Retinitis Pigmentosa GTPase Regulator (RPGR)

Phase 1 Follow-on Study of AAV2-hRPE65v2 Vector in
Subjects With Leber Congenital Amaurosis (LCA) 2

A Phase I/II Clinical Trial for Treatment of Aromatic L-amino
Acid Decarboxylase (AADC) Deficiency Using AAV2-hAADC

A Clinical Trial for Treatment of Aromatic L-amino Acid
Decarboxylase (AADC) Deficiency Using AAV2-hAADC - An
Expansion

Global Epidemiologic Study of Preexisting Immunity to AAV in
Adults With Severe Hemophilia

Evaluation of Safety and Tolerability of Libella Gene Therapy
for the Treatment of Aging: AAV- hTERT

9

10

11

12

13

14

15

16

17

Title

8
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Recruiting

Active, not recruiting

Recruiting

Active, not recruiting

Active, not recruiting

Active, not recruiting

Active, not recruiting

Active, not recruiting

Active, not recruiting

Enrolling by invitation

Status

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available

Study Results
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•Aging

•Hemophilia B

•Hemophilia A

•Aromatic Amino Acid Decarboxylase
Deficiency

•Aromatic L-amino Acid Decarboxylase
(AADC) Deficiency

•Leber Congenital Amaurosis

•X-Linked Retinitis Pigmentosa

•Inherited Retinal Dystrophy Due to RPE65
Mutations

•Parkinson's Disease

•Choroideremia

•Choroideremia

Conditions

•Drug: AAV-hTERT

•Other: Non-treatment, seroprevalence

•Drug: AAV2-hAADC

•Drug: gene therapy

•Biological: voretigene neparvovec-rzyl

•Genetic: AAV2/5-RPGR

•Biological: AAV2-hRPE65v2

•Genetic: Convection enhanced delivery/
AAV2-GDNF

•Drug: AAV2-REP1

•Genetic: AAV2-REP1

Interventions

•IPS Arcasalud SAS, Zipaquirá, Cundinamarca, Colombia

•and 13 more

•Groupement Hospitalier Est- Hôpital Louis Pradel, Bron cedex,
France

•Hôpital Morvan, Brest Cedex, France

•AKH - Medizinische Universität Wien, Vienna, Austria

•University of Washington, Seattle, Washington, United States

•Gulf States Hemophilia and Thrombophilia Center, Houston,
Texas, United States

•Medical University of South Carolina (MUSC), Charleston, South
Carolina, United States

•Cincinnati Children's Hospital Medical Center, Cincinnati, Ohio,
United States

•Michigan State University, East Lansing, Michigan, United
States

•University of Colorado Hemophilia & Thrombosis Center,
Aurora, Colorado, United States

•Orthopaedic Hemophilia Treatment Center, Los Angeles,
California, United States

•National Taiwan University Hospital, Taipei, Taiwan

•National Taiwan University Hospital, Taipei, Taiwan

•The Children's Hospital of Philadelphia, Philadelphia,
Pennsylvania, United States

•Moorfields Eye Hospital NHS Foundation Trust, London, United
Kingdom

•Leeds Teaching Hospitals NHS Trust, Leeds, United Kingdom

•UPMC Eye Center, Pittsburgh, Pennsylvania, United States

•Kellogg Eye Center, Ann Arbor, Michigan, United States

•Massachusetts Eye and Ear Institute, Boston, Massachusetts,
United States

•National Institutes of Health Clinical Center, 9000 Rockville
Pike, Bethesda, Maryland, United States

•Study Site, Tübingen, Germany

•Study Site, Portland, Oregon, United States

•Study Site, Cincinnati, Ohio, United States

•Study Site, Boston, Massachusetts, United States

•Study Site, Miami, Florida, United States

•Study Site, Tübingen, Germany

•Study Site, Miami, Florida, United States

Locations

Long-Term Follow-Up Gene Therapy Study for Leber
Congenital Amaurosis OPTIRPE65 (Retinal Dystrophy
Associated With Defects in RPE65)

Evaluation of Safety and Tolerability of Libella Gene Therapy
for Critical Limb Ischemia: AAV- hTERT

Evaluation of Safety and Tolerability of Libella Gene Therapy
for Alzheimer's Disease: AAV- hTERT

Safety and Efficacy Study in Subjects With Leber Congenital
Amaurosis

Long-Term Follow-Up Gene Therapy Study for Achromatopsia
CNGB3 and CNGA3

Gene Therapy for Achromatopsia (CNGA3)

A Clinical Trial of Retinal Gene Therapy for X-linked Retinitis
Pigmentosa

HOPE-B: Trial of AMT-061 in Severe or Moderately Severe
Hemophilia B Patients

19

20

21

22

23

24

25

Title

18
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Active, not recruiting

Recruiting

Recruiting

Recruiting

Active, not recruiting

Recruiting

Recruiting

Recruiting

Status

No Results Available

No Results Available

No Results Available

No Results Available

Has Results

No Results Available

No Results Available

No Results Available

Study Results
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•Hemophilia B

•X-Linked Retinitis Pigmentosa

•Achromatopsia

•Achromatopsia

•Leber Congenital Amaurosis

•Inherited Retinal Dystrophy Due to RPE65
Mutations

•Alzheimer Disease

•Critical Limb Ischemia

•Retinal Diseases

•Eye Diseases, Hereditary

•Eye Diseases

•Leber Congenital Amaurosis (LCA)

Conditions

•Genetic: AAV5-hFIXco-Padua

•Biological: AAV8-RPGR

•Biological: AAV- CNGA3

•Biological: either AAV - CNGB3 or AAV CNGA3

•Biological: AAV2-hRPE65v2,voretigene
neparvovec-rzyl

•Drug: AAV-hTERT

•Drug: AAV-hTERT

•Biological: AAV OPTIRPE65

Interventions

•and 29 more

•University of South Florida, Tampa, Florida, United States

•Children's National Medical Center Hematology and Oncology,
Washington, District of Columbia, United States

•University of Colorado Denver, Aurora, Colorado, United States

•University of California, San Francisco, San Francisco,
California, United States

•University of California, San Diego, San Diego, California,
United States

•University of California, Davis, Sacramento, California, United
States

•Children's Hospital of Los Angeles, Los Angeles, California,
United States

•Los Angeles Orthopedic Hospital, Los Angeles, California,
United States

•Arkansas Children's Hospital, Little Rock, Arkansas, United
States

•Phoenix Children's Hospital, Phoenix, Arizona, United States

•Study Site, Southampton, United Kingdom

•Study Site, Oxford, United Kingdom

•Study Site, Manchester, United Kingdom

•Study Site, Dallas, Texas, United States

•Study Site, Philadelphia, Pennsylvania, United States

•Study Site, Portland, Oregon, United States

•Study Site, Miami, Florida, United States

•Study Site, Gainesville, Florida, United States

•Moorfields Eye Hospital NHS Foundation Trust, London, United
Kingdom

•Kellogg Eye Center, Ann Arbor, Michigan, United States

•Moorfields Eye Hospital NHS Foundation Trust, London, United
Kingdom

•Children's Hospital of Philadelphia, Philadelphia, Pennsylvania,
United States

•University of Iowa, Iowa City, Iowa, United States

•IPS Arcasalud SAS, Zipaquirá, Cundinamarca, Colombia

•IPS Arcasalud SAS, Zipaquirá, Cundinamarca, Colombia

•Moorfields Eye Hospital NHS Foundation Trust, London, United
Kingdom

Locations

Re-administration of Intramuscular AAV9 in Patients With
Late-Onset Pompe Disease

A Gene Therapy Study for Homozygous Familial
Hypercholesterolemia (HoFH)

GDNF Gene Therapy for Parkinson's Disease

Safety and Dose-Finding Study of DTX401 (AAV8G6PC) in
Adults With Glycogen Storage Disease Type Ia (GSDIa)

Long Term Follow-Up Gene Therapy Study for XLRP RPGR

27

28

29

30

Title

26

274

Recruiting

Active, not recruiting

Recruiting

Active, not recruiting

Recruiting

Status

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available

Study Results
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•X-Linked Retinitis Pigmentosa

•GSD1

•Parkinson's Disease

•Homozygous Familial
Hypercholesterolemia (HoFH)

•Pompe Disease

Conditions

•Biological: AAV-RPGR

•Genetic: DTX401

•Biological: AAV2-GDNF

•Biological: AAV directed hLDLR gene
therapy

•Drug: LMX 4 Topical Cream

•Drug: Lidocaine

•Drug: Acetaminophen

•Drug: Diphenhydramine

•Drug: Rituxan

•Other: saline

•Drug: Rapamycin

•Genetic: Recombinant Adeno-Associated
Virus Acid Alpha-Glucosidase

Interventions

•Moorfields Eye Hospital, London, United Kingdom

•Hospital Universitario 12 de Octubre, Madrid, Spain

•Hospital Universitario Cruces Servicio Pediatria, Barakaldo,
Vizcaya, Spain

•Complejo Hospitalario Universitario de Santiago, Santiago De
Compostela, A Coruna, Spain

•University Medical Center Groningen, Groningen, Netherlands

•Montreal Children Hospital, McGill University Health Centre,
Montréal, Quebec, Canada

•UT Health - McGovern Medical School, Houston, Texas, United
States

•Michigan Medicine University of Michigan, Ann Arbor, Michigan,
United States

•UCONN Health, Farmington, Connecticut, United States

•The Ohio State University Medical Center, Columbus, Ohio,
United States

•University of California San Francisco, San Francisco,
California, United States

•Rotterdam location, Rotterdam, Netherlands

•Rome location, Roma, RM, Italy

•Palermo location, Palermo, PA, Italy

•Montreal location, Montreal, Quebec, Canada

•Montreal location, Montreal, Quebec, Canada

•Chicoutimi location, Chicoutimi, Quebec, Canada

•Nashville location, Nashville, Tennessee, United States

•Philadelphia Location, Philadelphia, Pennsylvania, United
States

•Portland location, Portland, Oregon, United States

•Kansas City Location, Kansas City, Kansas, United States

•Boca Raton location, Boca Raton, Florida, United States

•Clinical and Translational Research Building (CTRB), University
of Florida, Gainesville, Florida, United States

Locations

Gene Therapy Study in Severe Hemophilia A Patients With
Antibodies Against AAV5

ADVM-022 Intravitreal Gene Therapy for Wet AMD

REP1 Gene Replacement Therapy for Choroideremia

Safety Study in Subjects With Leber Congenital Amaurosis

ADVM-022 Intravitreal Gene Therapy for DME

32

33

34

35

Title

31
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Recruiting

Active, not recruiting

Active, not recruiting

Recruiting

Enrolling by invitation

Status

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available

Study Results
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•Adverum Clinical Site, Philadelphia, Pennsylvania, United
States

•Biological: Aflibercept

•Adverum Clinical Site, The Woodlands, Texas, United States

•Adverum Clinical Site, Abilene, Texas, United States

•Adverum Clinical Site, Nashville, Tennessee, United States

•Adverum Clinical Site, West Columbia, South Carolina, United
States

•Adverum Clinical Site, Reno, Nevada, United States

•Biological: 2E11 vg/eye of ADVM-022

•Diabetic Retinopathy

•Adverum Clinical Site, Beverly Hills, California, United States

•The Children's Hospital of Philadelphia, Philadelphia,
Pennsylvania, United States

•Oxford University Hospitals NHS Foundation Trust, Oxford,
United Kingdom

•Moorfields Eye Hospital NHS Foundation Trust, London, United
Kingdom

•Adverum Clinical Site, The Woodlands, Texas, United States

•Adverum Clinical Site, Houston, Texas, United States

•Adverum Clinical Site, Abilene, Texas, United States

•Adverum Clinical Site, Nashville, Tennessee, United States

•Adverum Clinical Site, West Columbia, South Carolina, United
States

•Adverum Clinical Site, Philadelphia, Pennsylvania, United
States

•Adverum Clinical Site, Reno, Nevada, United States

•Adverum Clinical Site, Deerfield Beach, Florida, United States

•Adverum Clinical Site, Golden, Colorado, United States

•Adverum Clinical Site, Beverly Hills, California, United States

•Adverum Clinical Site, Bakersfield, California, United States

•University Hospital Southampton NHS Foundation Trust,
Southampton, United Kingdom

•Royal Free Hospital, London, United Kingdom

•Charlotte Maxeke Johannesburg Academic Hospital,
Hemophilia Comprehensive Care Center, Johannesburg, South
Africa

•Nantes University Hospital Center - Hotel Dieu Hospital, Nantes,
France

Locations

•Biological: 6E11 vg/eye of ADVM-022

•Biological: voretigene neparvovec-rzyl

•Genetic: AAV-mediated REP1 gene
replacement

•Biological: ADVM-022

•Biological: Valoctocogene Roxaparvovec

Interventions

•Diabetic Macular Edema

•Leber Congenital Amaurosis

•Choroideremia

•Neovascular Age-related Macular
Degeneration

•Wet Age-related Macular Degeneration

•Blood Disorder

•Clotting Disorders

•Gene Therapy

•Haemophilia A

Conditions

A Phase 1/2 Study of Intravenous Gene Transfer With an
AAV9 Vector Expressing Human <=-Galactosidase in Type I
and Type II GM1 Gangliosidosis

Gene Therapy for Male Patients With Danon Disease Using
RP-A501; AAV9.LAMP2B

Safety of a Single Administration of AAV2hAQP1, an AdenoAssociated Viral Vector Encoding Human Aquaporin-1 to One
Parotid Salivary Gland in People With Irradiation-Induced
Parotid Salivary Hypofunction

Gene Therapy for Chinese Hemophilia B

Study of RS1 Ocular Gene Transfer for X-linked Retinoschisis

A Single-Stage, Adaptive, Open-label, Dose Escalation Safety
and Efficacy Study of AADC Deficiency in Pediatric Patients

Gene Therapy for Haemophilia A.

Long-Term Follow-up to Evaluate the Safety and Efficacy of
Adeno Associated Virus (AAV) Serotype 8 (AAV8)-Mediated
Gene Transfer of Glucose-6-Phosphatase (G6Pase) in Adults
With Glycogen Storage Disease Type Ia (GSDIa)

37

38

39

40

41

42

43

Title

36
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Enrolling by invitation

Recruiting

Recruiting

Recruiting

Recruiting

Recruiting

Recruiting

Recruiting

Status

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available

Study Results

•Drug: Sirolimus

•GM1
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•Von Gierke's Disease (GSD Type Ia)

•Glycogen Storage Disease Type IA

•Hemophilia A

•AADC Deficiency

•X-Linked

•Retinoschisis

•Hemophilia B

•Salivary Hypofunction

•Radiation Induced Xerostomia

•Squamous Cell Head and Neck Cancer

•Danon Disease

•Drug: Rituximab

•Gangliosidosis

•Other: No intervention

•Biological: AAV2/8-HLP-FVIII-V3

•Drug: AAV2-hAADC

•Biological: RS1 AAV Vector

•Genetic: Single dose intravenous injection
of BBM-H901

•Biological: AAV2hAQP1

•Biological: RP-A501

•and 10 more

•Other: Electroencephalogram (EEG) awake
andextended overnight

•Diagnostic Test: Echocardiogram

•Diagnostic Test: Electrocardiogram (EKG)

•Diagnostic Test: Bone density scan (DEXA

•Diagnostic Test: Audiology assessmentwith
ABR

•Drug: Prednisone

•Drug: Methylprednisolone

•Biological: AAV9-GLB1

Interventions

•Lysosomal Diseases

Conditions

•University of Texas Health Science Center at Houston, Houston,
Texas, United States

•Michigan Medicine University of Michigan, Ann Arbor, Michigan,
United States

•UCONN Health, Farmington, Connecticut, United States

•Royal Free Hospital, London, United Kingdom

•St Jude's Children's Research Hospital, Memphis, Tennessee,
United States

•University of Kentucky, Lexington, Kentucky, United States

•University of California San Francisco, Benioff Children's
Hospital, San Francisco, California, United States

•National Institutes of Health Clinical Center, 9000 Rockville
Pike, Bethesda, Maryland, United States

•Institute of Hematology & Blood Diseases Hospital, Tianjin,
Tianjin, China

•National Institutes of Health Clinical Center, 9000 Rockville
Pike, Bethesda, Maryland, United States

•University of California, San Diego, La Jolla, California, United
States

•National Institutes of Health Clinical Center, Bethesda,
Maryland, United States

Locations

Dose-Ranging Study of Recombinant AAV2/6 Human Factor 8
Gene Therapy SB-525 in Subjects With Severe Hemophilia A

Safety and Efficacy Study in Patients With Retinitis
Pigmentosa Due to Mutations in PDE6B Gene

A Patient Registry Study for Patients Treated With Voretigene
Neparvovec

45

46

Title

44

277

Active, not recruiting

Recruiting

Recruiting

Status

No Results Available

No Results Available

No Results Available

Study Results
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•Confirmed Biallelic RPE65 Mutationassociated Retinal Dystrophy

•Retinitis Pigmentosa

•Hemophilia A

Conditions

•Biological: AAV2-hRPE65v2,voretigene
neparvovec-rzyl

•Biological: AAV2/5-hPDE6B

•Biological: SB-525

Interventions

•Cullen Eye Institute, Houston, Texas, United States

•Scheie Eye Institute, Philadelphia, Pennsylvania, United States

•Casey Eye Institute, Portland, Oregon, United States

•Cincinnati Eye Institute, Cincinnati, Ohio, United States

•Kellogg Eye Center, Ann Arbor, Michigan, United States

•Massachusetts Eye and Ear Institute, Boston, Massachusetts,
United States

•University of Iowa Hospitals & Clinics, Iowa City, Iowa, United
States

•Bascom Palmer Eye Institute, Miami, Florida, United States

•Children's Hospital of Los Angeles, Los Angeles, California,
United States

•Clinique Ophtalmologique, CHU de Nantes, Nantes, France

•and 11 more

•UCSF Medical Center, San Francisco, California, United States

•UC Davis Medical Center, Sacramento, California, United States

•UC Davis Investigational Drug Services Pharmacy, Sacramento,
California, United States

•UC Davis Hemophilia Treatment Center, Sacramento,
California, United States

•UC Davis Hemophilia Clinical Trials Unit, Sacramento,
California, United States

•UC Davis CTSC Clinical Research Center, Sacramento,
California, United States

•UC Davis Comprehensive Cancer Center, Sacramento,
California, United States

•UC Davis Ambulatory Care Clinic, Sacramento, California,
United States

•Midtown Ambulatory Care Center, Sacramento, California,
United States

•Arkansas Children's Hospital, Little Rock, Arkansas, United
States

Locations

Study to Test the Safety and How Well Patients With Severe
Hemophilia A Respond to Treatment With BAY 2599023 (DTX
201), a Drug Therapy That Delivers a Healthy Version of the
Defective Factor VIII Gene Into the Nucleus of Liver Cells
Using an Altered, Non-infectious Virus (AAV) as a "Shuttle".

Study of Viral Transduction of Human Auditory Sensory Cells
for the Development of Gene Therapy

A Phase 1/2 Study of SHP648, an Adeno-Associated Viral
Vector for Gene Transfer in Hemophilia B Subjects

AAV Gene Therapy Study for Subjects With PKU

48

49

50

Title

47

278

Recruiting

Recruiting

Recruiting

Recruiting

Status

No Results Available

No Results Available

No Results Available

No Results Available

Study Results

- Page 8 of 19 -

•Phenylketonuria (PKU)

•Hemophilia B

•Hearing Loss, Sensorineural

•Hemophilia A

Conditions

•Drug: BMN 307

•Genetic: SHP648

•Other: Peroperative collect of inner ear
cells

•Drug: BAY2599023 (DTX201)

Interventions

•University Hospital Birmingham NHS Foundation Trust,
Birmingham, United Kingdom

•and 7 more

•Chaim Sheba Medical Center, Ramat Gan, Israel

•Semmelweis Egyetem, Budapest, Hungary

•Klinikum der Johann Wolfgang Goethe-Universität, Frankfurt,
Germany

•Hôpital Necker - Enfants Malades, Paris, France

•CHU de Nantes Site Hotel Dieu, Nantes, France

•Hôpital de la Timone, Marseille, France

•Hopital Jeanne de Flande - CHI Lille, Lille, France

•Groupement Hospitalier Sud - Hôpital Bicêtre, Le Kremlin
Bicêtre, France

•Hôpital Morvan, Brest, France

•AKH - Medizinische Universität Wien, Vienna, Austria

•Hôpital Pitié-Salpétrière, Paris, Ile De France, France

•Hôpital de Bicêtre, Le Kremlin-Bicêtre, Ile De France, France

•and 15 more

•Hôpital Pontchaillou, Rennes Cedex, France

•Hopital Necker les enfants malades - Paris, Paris, France

•Hôpital de la Timone - Marseille, Marseille, France

•Hôpital Calmette - Lille Cedex, Lille Cedex, France

•SHATHD Spec. Hospi. for Active Treatm. of Haematol. Dis.
EAD, Sofia, Bulgaria

•University of Wisconsin - Madison, Madison, Wisconsin, United
States

•University Hospitals Cleveland Medical Center, Cleveland, Ohio,
United States

•C.S. Mott Children's Hospital, Ann Arbor, Michigan, United
States

•Loma Linda Children's Hospital, San Bernardino, California,
United States

•Arkansas Children's Hospital, Little Rock, Arkansas, United
States

Locations

Safety and Dose Escalation Study of an Adeno-Associated
Viral Vector for Gene Transfer in Hemophilia A Participants

MICRO-RNAs OF NEUTROPHILS IN RENAL
ANTINEUTROPHIL CYTOPLASMIS ANTIBODY (ANCA) ASSOCIATED VASCULITIS

Gene Transfer Clinical Study in X-Linked Myotubular
Myopathy

A Single Dose Clinical Trial to Study the Safety of ART-I02 in
Patients With Arthritis

AAV9 U7snRNA Gene Therapy to Treat Boys With DMD Exon
2 Duplications.

Exploring Durable Remission With Rituximab in Antineutrophil
Cytoplasmic Antibody(ANCA)-Associated Vasculitis

52

53

54

55

56

Title

51

279

Recruiting

Enrolling by invitation

Active, not recruiting

Active, not recruiting

Recruiting

Active, not recruiting

Status

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available

Study Results
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•ANCA Associated Vasculitis

•Duchenne Muscular Dystrophy

•Osteo Arthritis

•Arthritis, Rheumatoid

•X-Linked Myotubular Myopathy

•ANCA-associated Vasculitis

•Hemophilia A

Conditions

•Drug: Prednisolone

•Drug: Methylprednisolone

•Drug: endoxan

•Drug: Rituximab

•Biological: scAAV9.U7.ACCA

•Genetic: ART-I02

•Genetic: AT132

•Other: Non interventional study

•Drug: BAX 888

Interventions

•Hammersmith Hospital, London, United Kingdom

•Leiden University Medical Center, Leiden, Zuid-Holland,
Netherlands

•Nationwide Children's Hospital, Columbus, Ohio, United States

•Centre for Human Drug Research (CHDR), Leiden, Zuid
Holland, Netherlands

•Kinderklinik und Kinderpoliklinik im Dr. Von Haunerschen
Kinderspital Klinikum der Universitat Munchen, München,
Germany

•Hopital Armad Trousseau, Paris, France

•Hospital for Sick Children, Toronto, Ontario, Canada

•National Institute of Neurological Disorders and Stroke/NIH
Porter, Bethesda, Maryland, United States

•Ann & Robert H Lurie Children's Hospital of Chicago, Chicago,
Illinois, United States

•Powell Center for Rare Disease Research, Univ. of Florida,
Gainesville, Florida, United States

•UCLA Medical Center, Los Angeles, California, United States

•Nantes University Hospital, Nantes, France

•and 6 more

•Hopital Jeanne de Flandre - CHU Lille, Lille Cedex, Nord,
France

•CHU de Nantes Site Hotel Dieu, Nantes Cedex 1, Loire
Atlantique, France

•Hôpital de la Timone, Marseille Cedex 05, Bouches-du-Rhône,
France

•AKH - Medizinische Universität Wien, Vienna, Austria

•Gulf States Hemophilia and Thrombophilia Center City,
Houston, Texas, United States

•Medical University of South Carolina (MUSC), Charleston, South
Carolina, United States

•Cincinnati Children's Hospital Medical Center, Cincinnati, Ohio,
United States

•University of Colorado Hemophilia & Thrombosis Center,
Aurora, Colorado, United States

•Orthopaedic Hemophilia Treatment Center, Los Angeles,
California, United States

•Phoenix Childrens Hospital, Phoenix, Arizona, United States

Locations

Study of AAVrh10-h.SGSH Gene Therapy in Patients With
Mucopolysaccharidosis Type IIIA (MPS IIIA)

Six Month lead-in Study to Evaluate Prospective Efficacy and
Safety Data of Current FIX Prophylaxis Replacement Therapy
in Adult Hemophilia B Subjects (FIX:C#2%) or Current FVIII
Prophylaxis Replacement Therapy in Adult Hemophilia A
Subjects (FVIII:C#1%)

Gene Transfer Study in Patients With Late Onset Pompe
Disease

Gene Therapy for Children With Variant Late Infantile
Neuronal Ceroid Lipofuscinosis 6 (vLINCL6) Disease

Ascending Dose Study of Genome Editing by Zinc Finger
Nuclease Therapeutic SB-FIX in Subjects With Severe
Hemophilia B

Dose Escalation Study of Intravitreal 4D-110 in Patients With
Choroideremia

58

59

60

61

62

Title

57

280

Recruiting

Active, not recruiting

Active, not recruiting

Recruiting

Recruiting

Active, not recruiting

Status

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available

Study Results
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•Choroideremia

•Hemophilia B

•Variant Late-Infantile Neuronal Ceroid
Lipofuscinosis

•Pompe Disease (Late-onset)

•Hemophilia A

•Hemophilia B

•Mucopolysaccharidosis Type IIIA

Conditions

•Biological: 4D-110

•Biological: SB-FIX

•Genetic: AT-GTX-501

•Genetic: AT845

•UC Davis Comprehensive Cancer Center, Sacramento,
California, United States

•Drug: Standard of Care FVIII Replacement
therapy

•Moran Eye Center, University of Utah, Salt Lake City, Utah,
United States

•Retina Foundation of the Southwest, Dallas, Texas, United
States

•Georgetown University Medical Center, Washington, District of
Columbia, United States

•Nationwide Children's Hosptial, Columbus, Ohio, United States

•Newcastle Upon Tyne Hospitals Foundation Trust Clinical
Research Facility, Newcastle upon Tyne, United Kingdom

•Ludwig-Maximillians University of Munich, Munich, Germany

•University of Utah, Division of Medical Genetics, Salt Lake City,
Utah, United States

•Stanford University, Palo Alto, California, United States

•University of California Irvine, Department of Neurology,
Orange, California, United States

•and 54 more

•University of California, San Francisco - Outpatient Hematology
Clinic, San Francisco, California, United States

•University of California, San Francisco - Clinical Research
Center, San Francisco, California, United States

•University of California San Francisco - UCSF HTC, San
Francisco, California, United States

•UC Davis Midtown Cancer Center, Sacramento, California,
United States

•UC Davis Investigational Drug Services Pharmacy, Sacramento,
California, United States

•UC Davis Hemophilia Clinical Trials Unit, Sacramento,
California, United States

•UC Davis Health, Sacramento, California, United States

•UC Davis CTSC Clinical Research Center, Sacramento,
California, United States

•UC Davis Ambulatory Care Clinical, Sacramento, California,
United States

•Great Ormond Street Hospital, London, United Kingdom

•Amsterdam UMC, Amsterdam, Netherlands

•University Medical Center Hamburg-Eppendorf, Hamburg,
Germany

•Armand Trousseau Public Hospital, Paris, France

•Baylor college of medicine / Texas children's hospital, Houston,
Texas, United States

•Weill Cornell Medical College, New York, New York, United
States

•University of Minnesota, Minneapolis, Minnesota, United States

•CHOC Children's, Orange, California, United States

Locations

•Drug: Standard of Care FIX Replacement
therapy

•Drug: LYS-SAF302

Interventions

Gene Therapy Study in Severe Haemophilia A Patients

Safety and Efficacy Trial of AAV Gene Therapy in Patients
With CNGA3 Achromatopsia

64

Title

63

281

Recruiting

Active, not recruiting

Status

No Results Available

No Results Available

Study Results
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•Achromatopsia

•Severe Haemophilia A

Conditions

•Biological: AGTC-402

•Genetic: BMN 270

Interventions

•Hadassah-Hebrew University Medical Center, Jerusalem, Israel

•University of Wisconsin, McPherson Eye Research Institute,
Madison, Wisconsin, United States

•Baylor College of Medicine, Houston, Texas, United States

•University of Pennsylvania, Philadelphia, Pennsylvania, United
States

•Casey Eye Institute, Oregon Health and Sciences University,
Portland, Oregon, United States

•Cincinnati Eye Institute, Cincinnati, Ohio, United States

•Columbia College of Physicians and Surgeons, New York, New
York, United States

•Boston Children's Hospital, Boston, Massachusetts, United
States

•Massachusetts Eye and Ear Infirmary, Boston, Massachusetts,
United States

•Bascom Palmer Eye Institute, Miami, Florida, United States

•VitreoRetinal Associates, Gainesville, Florida, United States

•University of California, San Francisco, San Francisco,
California, United States

•University Hospital Southampton NHS Foundation Trust,
Southampton, United Kingdom

•Imperial College Healthcare NHS Trust, London, United
Kingdom

•Guy's & St. Thomas' NHS Foundation Trust, London, United
Kingdom

•Barts Health NHS Trust, London, United Kingdom

•Greater Glasgow Health Board, Glasgow, United Kingdom

•Cambridge University Hospitals NHS Foundation Trust,
Cambridge, United Kingdom

•University Hospitals Bristol NHS Foundation Trust, Bristol,
United Kingdom

•Queen Elizabeth Hospital Birmingham, Birmingham, United
Kingdom

•Hampshire Hospitals NHS Foundation Trust, Basingstoke,
United Kingdom

Locations

Safety and Efficacy Trial of AAV Gene Therapy in Patients
With CNGB3 Achromatopsia

Gene Therapy in Patients With Mucopolysaccharidosis
Disease

A Study to Evaluate the Safety and Tolerability of
PF-06939926 Gene Therapy in Duchenne Muscular
Dystrophy

Gene Therapy for Children With CLN3 Batten Disease

66

67

68

Title

65

282

Active, not recruiting

Enrolling by invitation

Recruiting

Recruiting

Status

No Results Available

No Results Available

No Results Available

No Results Available

Study Results
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•Batten Disease

•CLN3

•Duchenne Muscular Dystrophy

•Mucopolysaccharidosis Type VI

•Achromatopsia

Conditions

•Genetic: AT-GTX-502

•Genetic: PF-06939926

•Biological: AAV2/8.TBG.hARSB

•Biological: rAAV2tYF-PR1.7-hCNGB3

Interventions

•Nationwide Children's Hospital, Columbus, Ohio, United States

•and 10 more

•Duke Biospecimen Repository & Processing Core - BPRC,
Durham, North Carolina, United States

•Duke University Medical Center, Lenox Baker Children's
Hospital, Durham, North Carolina, United States

•Duke Neurology, Durham, North Carolina, United States

•UCLA Outpatient Surgery Center, Los Angeles, California,
United States

•UCLA Medical Center, Los Angeles, California, United States

•UCLA Mattel Children's Hospital, Los Angeles, California, United
States

•UCLA (David Geffen School of Medicine), Los Angeles,
California, United States

•Ronald Reagan UCLA Medical Center Drug Information Center,
Los Angeles, California, United States

•Reed Neurological Research Center, Los Angeles, California,
United States

•MRI Research Center, Los Angeles, California, United States

•Children's Hospital Hacettepe University, Ankara, Turkey

•Erasmus Medical Center, Rotterdam Center for Lysosomal and
Metabolic disease, Rotterdam, Netherlands

•Federico II University, Napoli, Naples, Italy

•and 5 more

•Cleveland Clinic, Cole Eye Institute, Cleveland, Ohio, United
States

•Cincinnati Eye Institute, Cincinnati, Ohio, United States

•Duke Eye Center, Duke University Medical Center, Durham,
North Carolina, United States

•Columbia College of Physicians and Surgeons, New York, New
York, United States

•Boston Children's Hospital, Boston, Massachusetts, United
States

•Massachusetts Eye and Ear Infirmary, Boston, Massachusetts,
United States

•Pangere Center for Inherited Retinal Diseases, The Chicago
Lighthouse for People Who Are Blind or Visually Imp, Chicago,
Illinois, United States

•Bascom Palmer Eye Institute, Miami, Florida, United States

•VitreoRetinal Associates, Gainesville, Florida, United States

•University of California, San Francisco, San Francisco,
California, United States

Locations

Maintaining or Stopping Immunosuppressive Therapy in
Patients With ANCA Vasculitis and End-stage Renal Disease

THOR - Tübingen Choroideremia Gene Therapy Trial

Long Term Follow Up to Evaluate DTX301 in Adults With
Late-Onset OTC Deficiency

Safety and Dose-Finding Study of DTX301 (scAAV8OTC) in
Adults With Late-Onset OTC Deficiency

70

71

72

Title

69

283

Recruiting

Enrolling by invitation

Active, not recruiting

Recruiting

Status

No Results Available

No Results Available

No Results Available

No Results Available

Study Results
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•Ornithine Transcarbamylase (OTC)
Deficiency

•Ornithine Transcarbamylase (OTC)
Deficiency

•Drug: Oral prednisone

•Genetic: scAAV8OTC

•Other: No Intervention

•Genetic: rAAV2.REP1

•Drug: Maintenance (or initiation) of
immunosuppressive treatment: Imurel®,
Mabthera®,Cellcept®, Cortancyl®

•End Stage Renal Disease

•Choroideremia

•Other: Discontinuation (or not initiation) of
Immunosuppressive Therapy

Interventions

•Anti-Neutrophil Cytoplasmic AntibodyAssociated Vasculitis

Conditions

•Queen Elizabeth Hospital, Birmingham, United Kingdom

•National Hospital for Neurology & Neurosurgery, London,
London City, United Kingdom

•Hospital Universitario de Cruzes, Barakaldo, Vizcaya, Spain

•Hospital Clinico Universitario de Santiago, Santiago de
Compostela, A Coruna, Spain

•Alberta's Children's Hospital, Calgary, Alberta, Canada

•Oregon Health and Science University, Portland, Oregon,
United States

•University Hospital Cleveland Medical Center/Case Western
Reserve University, Cleveland, Ohio, United States

•Icahn School of Medicine at Mount Sinai, New York, New York,
United States

•Boston Children's Hospital, Boston, Massachusetts, United
States

•The Children's Hospital Colorado, Aurora, Colorado, United
States

•University of California San Francisco, San Francisco,
California, United States

•Ronald Reagan University of Califonria Los Angeles Medical
Center, Los Angeles, California, United States

•Queen Elizabeth Hospital, Department of Endocrinology,
Birmingham, United Kingdom

•Hospital Universitario de Cruces. Servicio de Pediatria,
Barakaldo, Vizcaya, Spain

•Hospital Clinico Universitario de Santiago, Santiago De
Compostela, Coruna, Spain

•Alberta Children's Hospital, Calgary, Alberta, Canada

•Icahn School of Medicine, New York, New York, United States

•Boston Children's Hospital, Boston, Massachusetts, United
States

•University Hospital Tuebingen, Center for Ophthalmology,
Tuebingen, Germany

•and 40 more

•Centre Hospitalier René Dubois - Pontoise, Cergy-Pontoise,
France

•Centre Hospitalier Universitaire de Brest, Brest, France

•Centre Hospitalier Jacques Coeur, Bourges, France

•Centre Hospitalier Boulogne sur Mer, Boulogne-sur-Mer, France

•Centre Hospitalier Universitaire Bordeaux, Bordeaux, France

•CHRU Besançon, Besançon, France

•Centre Hospitalier Avignon, Avignon, France

•Centre Hospitalier ARRAS, Arras, France

•Centre Hospitalier Angoulême, Angoulême, France

•Centre Hospitalier Universitaire Amiens, Amiens, France

Locations

Long-Term Safety, Tolerability, and Efficacy of DTX101
(AAVrh10FIX) in Adults With Moderate/Severe to Severe
Hemophilia B

Gene Therapy for Severe Crigler Najjar Syndrome

Single-Arm Study To Evaluate The Efficacy and Safety of
Valoctocogene Roxaparvovec in Hemophilia A Patients at a
Dose of 4E13 vg/kg

Gene Therapy for APOE4 Homozygote of Alzheimer's
Disease

RGX-314 Gene Therapy for Neovascular AMD Trial

74

75

76

77

Title

73

284

Active, not recruiting

Recruiting

Active, not recruiting

Recruiting

Active, not recruiting

Status

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available

Study Results
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•Wet Age-related Macular Degeneration

•Neovascular Age-related Macular
Degeneration

•Early Onset Alzheimer Disease

•Alzheimer Disease

•Hemophilia A

•Crigler-Najjar Syndrome

•Hemophilia B

Conditions

•Genetic: RGX-314

•Biological: AAVrh.10hPOE2 vector

•Biological: Valoctocogene Roxaparvovec

•Genetic: GNT0003

Interventions

•Houston location, Houston, Texas, United States

•Memphis location, Germantown, Tennessee, United States

•Philadelphia location 2, Philadelphia, Pennsylvania, United
States

•Philadelphia location 1, Philadelphia, Pennsylvania, United
States

•Reno location, Reno, Nevada, United States

•Boston location, Boston, Massachusetts, United States

•Baltimore location, Baltimore, Maryland, United States

•Santa Barbara location, Santa Barbara, California, United States

•Weill Cornell Medical College and Weill Cornell Medical Center,
Department of Genetic Medicine, New York, New York, United
States

•and 9 more

•Morvan Hospital, Brest, France

•Hemophilia Center of Western Pennsylvania, Pittsburgh,
Pennsylvania, United States

•Nationwide Children's Hospital, Columbus, Ohio, United States

•UNC Hemophilia and Thrombosis Center, Chapel Hill, North
Carolina, United States

•Washington University School of Medicine, Department of
Pediatrics, Division of Hematology/Oncology, Saint Louis,
Missouri, United States

•University of Minnesota, Minneapolis, Minnesota, United States

•University of Michigan, Pediatric Hematology and Oncology,
Ann Arbor, Michigan, United States

•University of Colorado AMC, Hemophilia and Thrombosis
Center, Aurora, Colorado, United States

•UCSF Medical Center, San Francisco, California, United States

•UC Davis Hemophilia Treatment Center, Sacramento,
California, United States

•AMC, Amsterdam, Netherlands

•Azienda Ospedaliera Universitaria Federico II, Napoli, Italy

•ASST Papa Giovanni XXIII, Bergame, Italy

•Hopital Antoine BECLERE, Clamart, France

•Manchester Haemophilia Comprehensive Care Center,
Manchester, United Kingdom

•Haemophilia, Haemostasis & Thrombosis Centre, Basingstoke,
Hampshire, United Kingdom

•University of Michigan Hospital and Health Systems, Ann Arbor,
Michigan, United States

•UF CRC - Clinical Research Center, Gainesville, Florida, United
States

•Arkansas Children's Hospital, Little Rock, Arkansas, United
States

Locations

Single-Dose Gene Replacement Therapy Clinical Trial for
Patients With Spinal Muscular Atrophy Type 1

Phase I Trial of CEA Specific AAV-DC-CTL Treatment in
Stage IV Gastric Cancer

Dose-Escalation Study Of A Self Complementary AdenoAssociated Viral Vector For Gene Transfer in Hemophilia B

Dose-finding Study of SPK-8016 Gene Therapy in Patients
With Hemophilia A to Support Evaluation in Individuals With
FVIII Inhibitors

79

80

81

Title

78

285

Active, not recruiting

Active, not recruiting

Active, not recruiting

Active, not recruiting

Status

No Results Available

No Results Available

No Results Available

No Results Available

Study Results
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•and 7 more

•Genetic Diseases, X-Linked

•Virginia Commonwealth University School of Medicine,
Richmond, Virginia, United States

•Jefferson University Hospitals, Philadelphia, Pennsylvania,
United States

•Children's Hospital of Philadelphia, Philadelphia, Pennsylvania,
United States

•Factor VIII (FVIII) Protein
•Genetic Diseases, Inborn

•Penn State Health, Hershey, Pennsylvania, United States

•Factor VIII (FVIII) Gene

•Weill Cornell Medicine, New York, New York, United States

•Mississippi Center for Advanced Medicine, Madison, Mississippi,
United States

•Illinois Bleeding and Clotting Disorders Institute, Peoria, Illinois,
United States

•Katharine Dormandy Haemophilia Centre and Haemostasis
Unit, University College of London, London, United Kingdom

•Scott and White Memorial Hospital, Temple, Texas, United
States

•University of Texas Southwestern, Dallas, Texas, United States

•St. Jude Children's Research Hospital, Memphis, Tennessee,
United States

•Hemophilia Center of Western Pennsylvania, Pittsburgh,
Pennsylvania, United States

•Oregon Health & Science University, Portland, Oregon, United
States

•Genetic: SPK-8016

•University of Kentucky, Lexington, Kentucky, United States

•Drug: scAAV2/8-LP1-hFIXco

•Oregon Health and Science University, Portland, Oregon,
United States

•Stanford Medical School, Stanford, California, United States

•The John Walton Muscular Dystrophy Research Centre MRC
Centre for Neuromuscular Diseases at Newcastle, Newcastle
Upon Tyne, United Kingdom

•Great Ormond Street Hospital for Children, London, United
Kingdom

•Policlinico Gemelli, Rome, Italy

•University of Milan, Milan, Italy

•Carlo Besta Neurological Research Institute, Milan, Italy

•Policlinico "G. Martino", Messina, Italy

•Istituto Gianninia Gaslini, Genova, Italy

•Hôpital Armand Trousseau, Paris, France

•Neuropédiatrie - Centre de Référence des Maladies
Neuromusculaires, Liège, Belgium

•University Hospital Ghent Neuromuscular reference center,
Ghent, Belgium

Locations

•Genetic: Gene Transfer

•Biological: CTL

•Biological: Onasemnogene Abeparvovecxioi

Interventions

•Factor VIII (FVIII) Deficiency

•Factor VIII (FVIII)

•Coagulation Protein Disorders

•Blood Coagulation Disorders, Inherited

•Blood Coagulation Disorder

•Adeno-Associated Virus (AAV)

•Hemophilia B

•Gastric Cancer

•SMA

Conditions

Dose-Ranging Study of ST-920, a rAAV2/6 Human Alpha
Galactosidase A Gene Therapy in Subjects With Fabry
Disease

VY-AADC02 for Parkinson's Disease With Motor Fluctuations
(RESTORE-1)

The Effect of Some Drugs Used in Treatment of Vasculitis on
the Complement System in Children

Ascending Dose Study of Genome Editing by the Zinc Finger
Nuclease (ZFN) Therapeutic SB-318 in Subjects With MPS I

Comparison of ANCA and Anti-GBM Auto-antibodies Removal
Kinetics Between Plasma Exchanges and Immunoadsorption
in Patients With ANCA-associated Vasculitis or Anti-GBM
Disease

83

84

85

86

Title

82
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Recruiting

Active, not recruiting

Recruiting

Recruiting

Recruiting

Status

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available
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•Kidney Failure, Acute

•MPS I

•Vasculitis

•Parkinson's Disease

•Fabry Disease

Conditions

•Procedure: Apheresis technics

•Biological: SB-318

•Drug: Methotrexate

•Drug: Prednisone

•Drug: Ibuprofen

•UC Davis Health System, Sacramento, California, United States

•Other: Sham (Placebo) Surgery

•Assisatance Publique Hôpitaux de Marseille, Marseille, France

•UCSF Benioff Children's Hospital Oakland, Oakland, California,
United States

•Assiut University Pediatric Hospital, Assiut, Upper Egypt, Egypt

•and 10 more

•Beth Israel Deaconess Medical Center (BIDMC), Boston,
Massachusetts, United States

•Tufts Medical Center, Boston, Massachusetts, United States

•University of Kansas Medical Center, Kansas City, Kansas,
United States

•Northwestern Medical Faculty Foundation, Chicago, Illinois,
United States

•Emory University Hospital, Atlanta, Georgia, United States

•University of Colorado, Aurora, Colorado, United States

•University of California, San Francisco, San Francisco,
California, United States

•San Francisco VA Medical Center, San Francisco, California,
United States

•UC Irvine, Irvine, California, United States

•Lysosomal and Rare Disorders Research and Treatment Center
(LDRTC), Fairfax, Virginia, United States

•Cincinnati Children's Hospital Medical Center, Cincinnati, Ohio,
United States

•Mt. Sinai School of Medicine, New York, New York, United
States

•NYU Langone Health Neurogenetics, New York, New York,
United States

•University of Minnesota Medical Center, Minneapolis,
Minnesota, United States

•Emory University School of Medicine, Atlanta, Georgia, United
States

Locations

•Biological: VY-AADC02

•Biological: ST-920

Interventions

Pre-Symptomatic Study of Intravenous Onasemnogene
Abeparvovec-xioi in Spinal Muscular Atrophy (SMA) for
Patients With Multiple Copies of SMN2

First in Human Study to Evaluate the Safety and Efficacy of
GT005 Administered in Subjects With Dry AMD

Safety of Intra-Articular Sc-rAAV2.5IL-1Ra in Subjects With
Moderate Knee OA

A Long Term Follow-Up Study of Fabry Disease Subjects
Treated With FLT190

Open-Label Single Ascending Dose of Adeno-associated
Virus Serotype 8 Factor IX Gene Therapy in Adults With
Hemophilia B

88

89

90

91

Title
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287

Active, not recruiting

Recruiting

Recruiting

Recruiting

Active, not recruiting

Status

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available
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•Hemophilia B

•Lysosomal Storage Diseases

•Fabry Disease

•Osteoarthritis, Knee

•Biological: AskBio009

•Genetic: FLT190

•Sunderland Eye Infirmary, Sunderland, United Kingdom

•Geographic Atrophy

•and 5 more

•Mount Sinai Medical Center, New York, New York, United
States

•University of Minnesota, Masonic Clinical Research Unit, Clinical
and Translational Science Institute, Minneapolis, Minnesota,
United States

•Children's Hospital of Boston, Boston, Massachusetts, United
States

•Rush University Medical Center, Chicago, Illinois, United States

•Emory University, Atlanta, Georgia, United States

•U of Colorado School of Medicine, Hemophilia & Thrombosis
Treatment Center, Aurora, Colorado, United States

•University of California at San Diego Medical Center, San
Diego, California, United States

•University of California Davis Medical Center, Sacramento,
California, United States

•Children's Hospital Los Angeles, Los Angeles, California, United
States

•Orthopaedic Hemophilia Treatment Center, Los Angeles,
California, United States

•Royal Free London, London, United Kingdom

•Mayo Clinic, Rochester, Minnesota, United States

•Oxford University Hospital, Oxford, United Kingdom

•Retinal Degeneration

•Drug: sc-rAAV2.5IL-1Ra

•Manchester Eye Hospital, Manchester, United Kingdom

•Eye Diseases

•Macular Atrophy

•Moorfields Eye Hospital, London, United Kingdom

•Retinal Disease

•Bristol Eye Hospital, Bristol, United Kingdom

•and 19 more

•Nationwide Children's Hospital, Columbus, Ohio, United States

•Columbia University, New York, New York, United States

•Washington Unviersity School of Medicine, Saint Louis,
Missouri, United States

•Helen DeVos Children's Hospital, Grand Rapids, Michigan,
United States

•Massachusetts General Hospital, Boston, Massachusetts,
United States

•Center for Rare Neurological Diseases, Norcross, Georgia,
United States

•Nemours Children's Hospital, Orlando, Florida, United States

•Children's Hospital Colorado, Aurora, Colorado, United States

•Stanford University, Stanford, California, United States

•David Geffen School of Medicine at UCLA, Los Angeles,
California, United States

Locations

•London Vision Clinic, London, United Kingdom

•Biological: GT005

•Biological: onasemnogene abeparvovecxioi

Interventions

•Macular Degeneration

•Dry Age-related Macular Degeneration

•Spinal Muscular Atrophy

Conditions

A Fabry Disease Gene Therapy Study

Systemic Gene Delivery Clinical Trial for Duchenne Muscular
Dystrophy

Single-Dose Gene Replacement Therapy Using for Patients
With Spinal Muscular Atrophy Type 1 With One or Two SMN2
Copies

Identifying and Genotyping Homozygous Familial
Hypercholesterolemia (HoFH) Patients

Safety Study of a Gene Transfer Vector (Rh.10) for Children
With Late Infantile Neuronal Ceroid Lipofuscinosis (LINCL)

Ascending Dose Study of Genome Editing by the Zinc Finger
Nuclease (ZFN) Therapeutic SB-913 in Subjects With MPS II

Lead-in Study to Collect Prospective Efficacy and Safety Data
of Current FVIII Prophylaxis Replacement Therapy in Adult
Hemophilia A Participants

Glybera Registry, Lipoprotein Lipase Deficient (LPLD) Patients
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Active, not recruiting

Active, not recruiting

Active, not recruiting

Active, not recruiting

Recruiting

Active, not recruiting

Recruiting

Status

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available

No Results Available
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•Familial Hyperchylomicronemia

•Familial Hyperlipoproteinemia Type 1

•Lipoprotein Lipase Deficiency

•Factor VIII Deficiency

•Hemorrhagic Disorders

•Hematologic Diseases

•Genetic Diseases, X-Linked

•Genetic Diseases, Inborn

•Hemophilia A

•Coagulation Protein Disorders

•Blood Coagulation Disorders, Inherited

•Blood Coagulation Disorder

•MPS II

•Mucopolysaccharidosis II

•Late-Infantile Neuronal Ceroid
Lipofuscinosis

•Batten Disease

•Homozygous Familial
Hypercholesterolemia (HoFH)

•Spinal Muscular Atrophy Type I

•Duchenne Muscular Dystrophy

•Lysosomal Storage Diseases

•Fabry Disease

Conditions

•Other: Observational study

•Drug: Standard of Care FVIII Replacement
therapy

•Biological: SB-913

•Biological: AAVrh.10CUhCLN2 vector
2.85x10^11 genome copies

•Biological: AAVrh.10CUhCLN2 vector
9.0x10^11 genome copies

•Biological: Onasemnogene Abeparvovecxioi

•Genetic: rAAVrh74.MHCK7.microdystrophin

•Genetic: FLT190

Interventions

•Interdisciplinary Metabolism Center, Lipid Out-Patient-Clinic,
Lipid Apheresis, Charité, University of Berlin, Berlin, Germany

•Ramathibodi Hospital, Mahidol University, Bangkok, Thailand

•McMaster University / Royal Prince Alfred Hospital, Hamilton,
Ontario, Canada

•Providence Hematology/St. Paul's Hosptial, Vancouver, British
Columbia, Canada

•Fiona Stanley Hospital, Murdoch, Western Austrailia, Australia

•The Alfred Hospital, Melbourne, Victoria, Australia

•Bloodworks Northwest, Seattle, Washington, United States

•Mississippi Center for Advanced Medicine, Madison, Mississippi,
United States

•Children's Hospital of Michigan, Detroit, Michigan, United States

•Emory University, Atlanta, Georgia, United States

•University of Florida, Gainesville, Florida, United States

•University of California San Francisco, San Francisco,
California, United States

•Cincinnati Children's Hospital Medical Center, Cincinnati, Ohio,
United States

•University of North Carolina, Chapel Hill, North Carolina, United
States

•NYU School of Medicine, Neurogenetics Division, New York,
New York, United States

•Ann & Robert H. Lurie Children's Hospital of Chicago, Chicago,
Illinois, United States

•UCSF Benioff Children's Hospital Oakland, Oakland, California,
United States

•Weill Cornell Medical College, New York, New York, United
States

•Excel Medical Clinical Trials, LLC, Boca Raton, Florida, United
States

•National Taiwan University Hospital, Taipei, Taiwan

•Seoul National University Hospital, Seoul, Korea, Republic of

•Pusan National University Yangsan Hospital, Yangsan,
Gyeongsangnam-do, Korea, Republic of

•Tokyo Women's Medical University, Tokyo, Japan

•Nationwide Children's Hospital, Columbus, Ohio, United States

•Royal Free Hospital, London, United Kingdom

•Haukeland University Hospital, Bergen, Norway

•Universita Federico II di Napoli, Napoli, Italy

Locations

Trial of Ocular Subretinal Injection of a Recombinant AdenoAssociated Virus (rAAV2-VMD2-hMERTK) Gene Vector to
Patients With Retinal Disease Due to MERTK Mutations

Title

19 additional studies not shown

100

289

Recruiting

Status
•Retinal Disease

Conditions
•Genetic: Recombinant Adeno-Associated
Virus

Interventions
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No Results Available

Study Results
•King Khaled Eye Specialist Hospital, Riyadh, Saudi Arabia

Locations

