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Abstract: With rapid advances in gene editing and gene therapy technologies, the development
of genetic, cell, or protein-based cures to disease are no longer the realm of science fiction but
that of today’s practice. The impact of these technologies are rapidly bringing them to the
veterinary market as both enhanced therapeutics and towards modeling their outcomes for
translational application. Simply put, gene editing enables scientists to modify an organism’s
DNA a priori through the use of site-specific DNA targeting tools like clustered regularly
interspaced short palindromic repeats and CRISPR-associated protein 9 (CRISPR/Cas9). Gene
therapy is a broader definition that encompasses the addition of exogenous genetic materials
into specific cells to correct a genetic defect. More precisely, the U.S Food and Drug
Administration (FDA) defines gene therapy as “a technique that modifies a person’s genes to
treat or cure disease” by either (i) replacing a disease-causing gene with a healthy copy of the
gene; (ii) inactivating a disease-causing gene that was not functioning properly; or (iii)
introducing a new or modified gene into the body to help treat a disease. In some instances,
this can be accomplished through direct transfer of DNA or RNA into target cells of interest or
more broadly through gene editing. While gene therapy is possible through the simple addition
of genetic information into cells of interest, gene editing allows the genome to be reprogrammed
intentionally through the deletion of diseased alleles, reconstitution of wild type sequence, or
targeted integration of exogenous DNA to impart new function. Cells can be removed from the
body, altered, and reinfused, or edited in vivo. Indeed, manufacturing and production
efficiencies in gene editing and gene therapy in the 21st century has brought the therapeutic
potential of in vitro and in vivo reprogrammed cells, to the front lines of therapeutic intervention
(Brooks et al., 2016). For example, CAR-T cell therapy is revolutionizing hematologic cancer
care in humans and is being translated to canines by us and others, and gene therapy trials are
ongoing for mitral valve disease in dogs.
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Introduction
Gene editing and gene therapy are increasingly used in the human clinic today and their
application in companion animals is beginning to emerge. About 700 monogenic diseases have
been reported in various dog breeds, with at least 200 of these diseases harboring known
causative mutations (Switonski, 2020). About 400 of these spontaneous diseases in dogs are
considered potential models for human disorders (https://omia.org/home). This makes the dog a
particularly attractive animal model for accelerated commercial deployment of gene editing and
gene therapy candidates with applications in cancer, hemophilia, lysosomal storage diseases,
ophthalmology, immune-mediated disorders, muscular dystrophy, and others (Acland et al., 2001,
Acland et al., 2005)., These indications may share genetic drivers, physiology, and presentation
with their human counterparts. This creates bidirectional value, where on one-hand human
experience and research may derisk similar innovations in veterinary patients. On the other-hand
accelerated application of the underlying therapeutic in veterinary medicine can answer
translational questions not effectively answered in pre-clinical studies or even human trials.
Ultimately, regulatory incentives to develop parallel (veterinary and human) drug development
programs would present an opportunity to streamline, accelerate, and improve pharmaceutical
research and development in veterinary and human oncology.
In cancer research, gene editing and gene therapy applications in canines have garnered
considerable interest since, in contrast to mice, cancers develop spontaneously in dogs (i.e.,
without genetic manipulation) and in the context of intact immune system with a syngeneic host
and tumor microenvironment (Gordon et al., 2009). As more information on the dog genome is
being released, multiple studies have demonstrated significant homologies between canine and
human cancer-associated genes, including MET, mTOR, KIT and TRAF3 (Paoloni and Khanna,
2008). As such, biological and genomic similarities between canine and human cancer provides
an impetus for parallel development of novel drug candidates (including gene therapy and gene
editing) in canine and human clinical trials (Schneider et al., 2018). Specifically, ample literature
has established similarities between the pathologic, biologic, immunophenotypic, and genetic
components of Diffuse Large B-cell Lymphoma (DBCL) in dogs and humans (Richards et al.,
2013; (Mochel et al., 2019). Based on these similarities, preliminary proof-of-concept studies from
Dr. Nicola Mason’s group are the first public reports of CAR-T cell therapy being used in
companion animals (Panjwani et al., 2016). Even more recently, Sakai et al. have generated
second and third-generation canine CAR-T cells using retroviral gene transduction with
RetroNectin and showed positive cytotoxic responses against CD20-positive cells in vitro (Sakai
et al., 2020).
Besides applications in companion dogs, descriptions of gene editing in veterinary medicine have
been reported in various species, including horses and cats. In horses, CRISPR/Cas9 was used
to correct a deleterious point mutation associated with Glycogen Branching Enzyme Deficiency
in primary fibroblasts (Pinzon-Arteaga et al., 2020). Likewise, lentivirus-delivered CRISPR/Cas9
directed gene editing was used in a series of in vitro experiments to modulate the proviral load
and production of virions of the Feline Immunodeficiency Virus (FIV) (Murphy et al., 2020). In this
proof-of-concept study, the authors reported a reduction of cell-free viral RNA in gene-edited cells
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relative to control. The reduced infectious potential of this new construct was later confirmed by
infecting feline naïve T-cells with cell-free FIV harvested from FIV-infected and CRISPR/Cas9
lentivirus-treated cells.
Our knowledge on the role of genetic variation in disease continues to evolve and developments
in the Dog Genome Annotation Project (DoGA) are rapidly aiding in comparative medicine efforts.
Advances in DoGA combined with faster, cheaper, and more efficient gene editing and gene
therapy methods will lead to even greater emphasis on translational modeling and parallel drug
development efforts using spontaneous dog diseases. In this chapter, through a translational lens
based on successes and failures in human medicine, we will present imminent application of gene
therapy and gene editing in companion animals; how we got to the use of gene editing and gene
therapy in companion animals; how these technologies may bring curative outcomes to canines
with cancer and other diseases; and how the future of companion animal medicine as a whole
will undoubtedly include genetic cures to disease.

How we got here: a journey from past to present
In considering how gene therapy and gene editing are now mentioned alongside routine
veterinary medicine applications, one must understand how abrupt and revolutionary the
advances in these enabling technologies have been (Figure 1). Advances in the design, safety,
and transduction efficiencies of gamma retroviral- and lentiviral-based gene delivery in the mid90’s and early 2000’s were paramount to the pioneering study of CD19 targeting CAR-T cells in
Phase I human trials in 2009 (Hucks and Rheingold, 2019) and the plethora of ongoing gene and
cell therapy FDA approvals and trials using viral vectors (Shahryari et al., 2019). Moreover, recent
analyses demonstrated the cost for a single pair of the first readily re-engineered, modular gene
editor, Zinc-Finger Nucleases, was $25,000 as recently as 2012 (WareJoncas et al., 2018).
Today, generating gene editing reagents like CRISPR/Cas9 in academic labs costs well under
$100 per experiment. This substantial reduction in operating cost, democratizing access to
enabling technologies and enhancing the efficiency of desired outcomes, has led to over 22,000
peer-reviewed publications mentioning CRISPR/Cas9 and over 29,000 peer-reviewed
publications mentioning gene therapy in the last decade (PubMed search, January 2021). Here,
we summarize seminal studies that have led to modern day gene therapy and gene editing, and
their current applications in basic research and translational science, emphasizing dog models
and/or applications where appropriate.
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Figure 1: Seminal discoveries in gene editing and gene therapy leading to the proposal and
application of these technologies in veterinary medicine.

Modern gene therapy
Gene therapy was introduced in biomedical sciences as early as 1972 by Theodore Friedmann
and Richard Roblin after Stanfield Rogers came up with the idea to replace defective DNA for the
treatment of inherited diseases (Friedmann and Roblin, 1972). While eukaryotic viral vectors were
developed from DNA viruses in animals, none of these viruses provide solutions to recombine the
viral genome into the host genome. Thus, the idea for gene therapy was not realized for decades
due to limiting technologies for the introduction of foreign DNA into cells. In 1981, Shimotohno
and Temin reported the first viral recombination of foreign DNA into mammalian cells using
retrovirus; however the production of these retroviruses was inefficient, limiting wide adoption of
the technology (Shimotohno and Temin, 1981). A pioneering study in 1984 demonstrated the first
efficient technology for production of infectious virions and subsequent transfer of foreign DNA
into mammalian cells using engineered retrovirus vector systems (Cepko et al., 1984), though the
cost and scale of this approach did not allow broader use of the technology.
As research into using viruses as DNA delivery vectors continued to progress, warranted
apprehension arose regarding the use of these infectious agents in the clinic. Therefore, modern
gene therapy approaches that rely on viral vectors for DNA delivery utilize highly engineered viral
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particles wherein only a minimal amount of viral genome is retained. Non-replicative and tissuespecific viruses have been developed using such genetic engineering approaches which continue
to drive innovations in safety, quality control, and efficacy of modern gene therapy.
Within the past 50 years, technological innovations in recombinant DNA technology have rapidly
propelled advancements in gene therapy. Along with continuous gains in our understanding of
molecular genetics and gene regulation brought about by the genetic revolution, methods to safely
and efficiently deliver foreign genes into cells remains an active area of research. In particular,
the development of viral vectors as gene delivery systems capable of stably integrating genetic
cargo into the genome has shown clinical efficacy as years of incremental advances in the
production and efficiency of retroviral recombination led to the first NIH-sanctioned gene therapy
clinical research study in 1991 (Ferrari et al., 1991). In this pioneering study, two children afflicted
with adenosine deaminase (ADA) deficiency were given retroviral transduced T cells containing
a functional copy of the adenosine deaminase gene to rescue a severe combined
immunodeficiency (SCID) phenotype.
Gene therapy-based interventions utilizing both viral and non-viral vectors in humans have
continued to progress over the past 30 years with important implications for veterinary medicine.
We will here discuss the foundational biology of retroviruses, lentiviruses, adenoviruses, and
adeno-associated viruses with special emphasis on the technological innovations and genetic
interventions that have allowed these infectious agents to become some of the most widely
utilized gene delivery systems for gene therapy. Examples of non-viral methods of gene delivery
will be briefly discussed in the latter portion of this section. Figure 2 summarizes these main
mechanisms for introduction of genetic, protein, or small-molecule based material into living cells.
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Figure 2: Shown are examples of viral (left) and nonviral (right) transgene delivery methods. Left:
(1) Virus-based delivery using +ssRNA retrovirus (RV) or lentivirus (LV), dsDNA Adenovirus (AdV),
or ssDNA Adeno-associated virus (AAV) mediate cellular entry through specific cell surface ligands
or ubiquitously expressed proteoglycans. (2) Genomic integration of the transgene is mediated by
processes exclusive to the viral vector utilized for delivery. Though these integration events mostly
occur at random locations throughout the genome, in the case of AdV, cargo DNA is replicated and
transcribed but not stably integrated. (3) Transgenes are expressed as functional proteins via
mRNA translation by ribosomes. Right: (1) Nonviral delivery can be accomplished via temporary
disruption of the cell membrane by physical methods, such as electroporation for the introduction
of free nucleic acids, or with lipid nanoparticle complexes encompassing nucleic acids that enter
cells indiscriminately through electrostatic interactions with glycoproteins and proteoglycans. (2)
Transgene integration can be accomplished using enzyme-mediated processes that cleave
genomic DNA and may include transposases or nucleases, such as CRISPR/Cas9. (3) Transgene
expression via mRNA translation by ribosomes can occur transiently through direct inoculation of
mRNA into cells or as a result of transcribed DNA which has been integrated into the genome or
from an episomal source.

Viral gene delivery
RNA virus vectors: retroviruses and lentiviruses
RNA virus vectors derived from retroviruses (RVs) were one of the first viral delivery systems
used for gene therapy and remain among the most used today. They are represented by a large
family of enveloped viruses encompassing 7-12 kb plus-sense RNA genomes. Lentiviruses (LVs),
including human immunodeficiency virus (HIV), represent a class of retrovirus often used for
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biomedical research and require the same basic components as other RVs for successful cellular
entry and viral genome integration (Verma and Weitzman, 2005).
To employ the natural ability of RVs to facilitate gene transfer for either ex vivo or in vivo gene
therapy applications, notable modifications to the viral genome were required to maximize safety
and ensure efficacy before clinical benefit could be evaluated. RVs bring natural tissue tropism,
like HIV’s propensity to infect T cells, and are replicative in nature. Accordingly, first-generation
lentiviral vectors were modified to include the envelope protein of vesicular stomatitis virus, VSVG, which functions to broaden cellular tropism by targeting the low-density lipoprotein (LDL)
receptor which is ubiquitously expressed (Finkelshtein et al., 2013). However, these firstgeneration vectors retained much of the original HIV genome and warranted broad safety
concerns. Thus, known virulence factors were removed from the viral genome to produce secondgeneration lentiviral vectors (Vannucci et al., 2013). Third-generation lentiviral vectors were then
developed to further improve safety wherein multiple modifications were incorporated to eliminate
the possibility of producing replication-competent lentiviruses (Dull et al., 1998).
DNA virus vectors: adenoviruses and adeno-associated virus
Adenoviruses (AdVs) and adeno-associated virus (AAV) are the most prominent DNA viruses
used for modern gene therapy applications. Although both viruses encapsulate a DNA genome
within and nonenveloped icosahedral protein capsid, the AdV genome consists of ~36 kb dsDNA
while AAV possesses a much smaller genome, ~4.7 kb, and is comprised of ssDNA. Similar to
RVs and LVs, plasmids encoding essential viral components can be introduced into packaging
cell lines to generate AdV and AAV vectors for transgene delivery; however, critical differences in
virus replicative cycles necessitate unique modifications for their production and implementation
as gene therapy agents (Verma and Weitzman, 2005).
The human AdV family contains over 50 unique serotypes with a wide tissue tropism. The majority
of these viruses utilize the Coxsackie-adenovirus receptor for cellular attachment (Philipson and
Pettersson, 2004) and internalization is facilitated through an interaction with cellular integrin αv
receptors (Wickham et al., 1993). AdV DNA is not normally integrated into the host genome
(Pombo et al., 1994) so, in terms of gene therapy applications, only transient transgene
expression can be achieved with AdV vector systems. To ensure safety, essential viral replication
genes were deleted in the first-generation AdV vectors which could incorporate transgenes
ranging from 4.7-4.9 kb (Bett et al., 1993), and transgenes up to 8.3 kb where later cloned into
second-generation AdV vectors wherein additional viral genes had been deleted. Although, it is
noteworthy that recent developments towards third-generation AdV vectors have further
enhanced the potential for efficient gene delivery and long-term transgene expression, high
immunogenicity remains a hurdle that must be overcome before AdV vectors are to be widely
used for gene therapy in vivo (Crystal, 2014).
AAV serotype 2, a nonpathogenic human parvovirus, is the best characterized AAV vector to date.
AAV2 utilizes ubiquitously expressed heparan sulfate proteoglycan for cell attachment
(Summerford and Samulski, 1998) and membrane internalization is facilitated by either the
fibroblast growth factor receptor or integrin αvβ5 (Summerford et al., 1999) (Qing et al., 1999).
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In gene therapy studies, AAV vectors have demonstrated transduction in the muscle, retina, brain,
liver, and lungs where a slow rise in transgene expression plateaued after a few weeks in vivo
(Xiao et al., 1996). Although AAV vectors have been successfully used for gene therapy
applications in vivo in animal models, a relatively small transgene capacity ~4 kb and a high
prevalence of neutralizing antibodies directed against the viral capsid proteins represent
significant limitations (Verma and Weitzman, 2005).
Non-viral methods of gene delivery
It is important to note that non-viral methods indeed exist for delivery of proteins and nucleic acids
into cells, however they are not typically considered part of the “gene therapy” class, as they are
all currently utilized ex vivo for cell programming. Although viral vectors are currently the most
efficient approach used to deliver DNA cargo into host cells in vivo, non-viral approaches are
becoming much more common due to a better potential safety profile and technical advantages
in use and production. From a biosafety perspective, viral vectors can be highly immunogenic and
lead to adverse inflammatory reactions in patients such that, in 1999, the first gene therapyrelated fatality was reported in a clinical trial due to an inflammatory reaction in response to an
adenovirus (AdV) vector (Lehrman, 1999). A phenomenon known as ‘insertional mutagenesis’,
wherein the chromosomal insertion of viral DNA unintentionally results in cellular transformation
by either disrupting the expression of a tumor suppressor gene or activating an oncogene,
represents another potential safety concern regarding the use of viral vectors in gene therapy.
Additionally, as viral vector-mediated integration into the genome can occur at random loci, each
individual engineered cell is theoretically different. Ultimately, this leads to heterogeneity of the
resulting therapy with potential consequences resulting from differential expression of the cargo
gene. For these reasons, non-viral vectors are widely considered to be a safer alternative
(Ramamoorth and Narvekar, 2015) and, due to advances in nanotechnology, in vivo applications
for non-viral delivery systems have recently been realized in the context of gene therapy (ElSayed and Kamel, 2020).
The flexibility of non-viral delivery systems is a notable advantage as they can be used to
introduce various types of nucleic acids into cells including chemically synthesized small DNA
molecules (Oligodeoxynucleotides), large DNA molecules (plasmid DNA), various RNA
molecules such as ribozymes, small interfering RNAs (siRNA), and messenger RNAs (mRNA),
and even proteins directly into cells. Although many nucleic acids can be passively delivered to
cells via endocytosis, physical methods of gene delivery can help facilitate the introduction of
genetic material into cells by temporarily disrupting the cell membrane using physical forces.
Common physical methods of gene delivery include microinjection, electroporation, sonoporation,
particle bombardment, and magnetofection (Ramamoorth and Narvekar, 2015). Chemical carriers
can also be used to deliver nucleic acids into cells. These delivery systems are most commonly
made of a nucleic acid complexed with either cationic lipids (Lipoplexes), cationic polymers
(Polyplexes) or a combination of cationic lipids and polymers (Lipopolyplexes) (Midoux et al.,
2009). These chemical complexes function to protect encapsulated nucleic acids from
degradation and enhance their intracellular uptake via electrostatic interactions with glycoproteins
and proteoglycans on the cell membrane. Nucleic acid complexes may also influence intracellular
trafficking of nucleic acids. For instance, the cationic polymer polyethylenimine (PEI), disrupts
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endosomal membranes resulting in the translocation of the complexed nucleic acid into the
cytosol and cationic peptides comprised of basic residues, such as lysine and/or arginine, can be
employed to target specific cell surface receptors or provide nuclear localization signals to
facilitate the nuclear entry of cargo DNA (Al-Dosari and Gao, 2009).

Modern gene editing
Gene editing allows the mutation or alteration of DNA at specific locations in the genome a priori
(Yeh et al., 2019). Gene editing can be used as a basic scientific tool to heighten understanding
of disease pathophysiology using cell systems and animal models, including complex disease like
cancer, as well as monogeneic disorders such as cystic fibrosis, hemophilia, sickle cell disease,
heart disease, and human immunodeficiency virus (HIV) infection (Doudna, 2020). Multiple
approaches to gene editing have been developed in the 21st century, but the crux of the
technology requires the ability to direct enzymatic activity to a chosen locus in the genome. To
achieve this, scientists use “programmable nucleases” that induce DNA damage in the form of a
double-strand break or nick at specific loci in the genome. Whereas gene editing is the broader
concept, programmable nucleases are the critical tool for the modern development of cell-based
therapies and gene therapies. Programmable nuclease-induced DNA double-strand breaks can
result in random mutations around the break, specific alterations of endogenous base pairs using
homology templates, or the targeted integration of exogenous DNA via an engineered donor
template.
What makes programmable nucleases so powerful is their ability to induce DNA repair at their
target sites, allowing scientists to rewrite the genetic code at these genomic loci. Though
oversimplified, an effective analogy converts the genome to a word document, the nucleases to
a mouse cursor, and donor DNA templates to a keyboard. Scientists can “click” the genome, and
“delete” or “rewrite” the paragraph surrounding the cursor. Sometimes referred to as “genome
writing”, this technology gives scientists endless possibility towards inducing targeted mutations,
correcting genetic defects, or giving cells an ability to perform functions that nature did not evolve
(Doudna, 2020).
Brief history of gene editing tools
Modern gene editing ideals can be traced back to seminal works by Dr. Mario Capecchi and Dr.
Maria Jasin. Dr. Capecchi, who later won the 2007 Nobel Prize of Physiology and Medicine for
his work, pioneered strategies using the DNA repair pathway homologous recombination to
specifically engineer mouse embryonic stem cells and mouse models using targeted DNA
integration (Thomas and Capecchi, 1987). Dr. Jasin’s pioneering discovery demonstrated that
targeted DNA integration, that is the addition of exogenous DNA to a locus of interest through
homology-directed repair, can be stimulated 100-1000 times over Capecchi’s work by causing a
double-strand DNA break at the locus of interest in the presence of a repair template (Rouet et
al., 1994). This finding has served as a seminal discovery in the field of gene editing. However,
the nuclease used in this case, I-SceI, is a large restriction enzyme whose endogenous DNA
binding activity cannot be reprogrammed to target DNA outside of its restriction site, as possible
with modern programmable nucleases like Transcription Activator Like Effector Nucleases
(TALENs) (Joung and Sander, 2013), and CRISPR systems (Jinek et al., 2012). Zinc-Finger
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Nucleases, as well as some homing endonucleases like I-CreI (MacLeod et al., 2017), pre-date
TALENs and are used today in clinical trials (Tebas et al., 2014), but limitations in their genomic
targeting range and expense to engineer generally relegate them to use in industry settings and
they will not be discussed here.
TALENs were invented in 2010 by Bogdanove, Voytas, and colleagues (Christian et al., 2010),
after fusing the FokI nuclease to a bacterial transcription factor, called a TAL effector. In nature,
TAL effectors evolved to bind to promoters and activate host genes in plant:pathogen interactions
(Moscou and Bogdanove, 2009). TAL effectors rely on highly conserved, modular repeats
containing 34-35 amino acid loops repeated 12-20 times, with 2 amino acid residues in each loop
specifying near 1:1 nucleotide binding. Thus, through the addition of the FokI nuclease, individual
TALENs can be engineered to bind short stretches of DNA to induce a double-strand DNA break.
The FokI used is an obligate heterodimer that requires another TALEN to be supplied to the target
site spaced 12-20 base pairs opposite of the first. TALENs require relatively complex, multi-day
cloning reactions to engineer a single TALEN pair for gene editing. Even still, TALENs have been
used to target DNA breaks, inducing mutations, or used for exogenous gene integration in basic
research, translational science, plant biotechnology, and clinical settings for a decade.
The most widely adopted programmable DNA binding agent, and 2020 Nobel Prize of
Biochemistry winning technology, is called CRISPR/Cas9, short for clustered regularly
interspaced short palindromic repeats and CRISPR-associated protein 9. Evolved as a bacterial
immune system to catalog and resist bacteriophage, CRISPR systems are now utilized to target
DNA double-strand breaks, DNA nicks, targeted nucleotide edits, or exogenous gene integrations
to precise loci in genes of interest on a routine basis. While TALENs and ZFNs require the
engineering of entirely new proteins to target different genes, the power of CRISPR systems is
that the genomic target site is specified by a short, ~20 base pair RNA molecule (called a guide
RNA or gRNA) which, with the help of Cas enzyme DNA melting, is able to bind 1:1 to a
homologous match through simple RNA:DNA base pairing. Engineering CRISPR to bind new
genomic target sites is thus as simple as in vitro transcription of gRNAs specifying a new target
site or ordering an RNA primer from a nucleic acid synthesis company. While CRISPR/Cas9
technology specifically won a 2020 Nobel Prize, studies have shown that up to 40% of bacteria
and 90% of archaea contain at least 1 functional CRISPR system (Westra and Levin, 2020).
These systems differ in their CRISPR-associated proteins, guide RNAs, nucleic acid binding
kinetics, and nucleolytic activities, but all accomplish the same feat; targeting enzymatic activity
to a genomic locus of interest to induce gene editing.
Outcomes of gene editing
For simplicity, we will narrow our focus of gene editing to the use of CRISPR tools, but the ideas
that follow generally hold true for other programmable nucleases. In most applications, these tools
are combined with gene delivery as discussed above:
After CRISPR induces a double-strand DNA break, cells work to repair it using one of two major
pathways generally called “non-templated repair” or “templated repair” (Figure 3). These
pathways differ in their outcome pending the availability of a repair template either supplied by a
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sister chromatid for endogenous repair or a donor DNA template for genome writing applications.
Two specific pathways for non-templated repair are non-homologous end joining (NHEJ), which
results in random insertions or deletions (indels) and microhomology mediated end joining
(MMEJ), which results in short deletions but can be predicted (Bae et al., 2014) (Ata et al., 2018).
While viral gene therapy brings the ability to randomly supply diseased cells with donor DNA
carrying a corrected version of defective proteins to treat diseases, CRISPR mutations are rarely
therapeutic in and of themselves and require templated repair. Indeed, gene editing technologies
rely on precision control of the DNA repair outcomes after CRISPR targeting to alter single or few
nucleotides surrounding the target site or to integrate a cargo DNA for reverse genetics and
functional genomic applications and for therapeutic benefit in the clinic.
When programmable nucleases cut their target DNA site, enzymes specific to sub-pathways of
DNA repair compete to heal the double-strand DNA break (Figure 3) These pathways hinge upon
the initial recognition of the double-strand DNA break and subsequent processing of the DNA
ends for no, short-range, or long-range end resection.

Figure 3: Shown are examples of how DNA double-strand breaks are corrected in gene editing
applications. (1) A DNA double-strand DNA break is induced using a programmable nuclease, like
TALENs or CRISPR/Cas9. (2) In non-templated DNA repair, little to no end-resection takes place. (3)
Non-homologous end joining (NHEJ) resolves DNA breaks by short insertions or deletions (indels)
represented by the error cloud. (4) microhomology meditated end joining is used when 2-5 bp
homologies are present in DNA ends, resulting in a short deletion of the intervening sequence and
one of the homologous sequences (displayed in purple). (5) In templated DNA repair, long range end
resection results in >100bp ssDNA ends that are used as substrates for homology directed repair
(HDR), either with a sister chromatid or, in gene editing, an exogenously supplied template. (6)
Exogenously supplied templates, like double-stranded DNA, plasmids, AAV vectors, or ssDNA are
built with homology to match the DNA break site. (7) Pending the donor template and changes to be
introduced (SNPs or entire transgenes), HDR will proceed through either homologous recombination
(HR), single-strand annealing (SSA), or MMEJ-like mechanisms to recombine exogenous DNA
precisely into the genome.
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Non-Homologous End Joining (NHEJ)
The most common non-templated DNA repair outcome is called non-homologous end joining
(NHEJ), which results in short insertions/deletions (indels) at the target site. In research settings,
CRISPR is most often used in reverse genetics applications to generate indel mutations in the
genome in order to abrogate gene function and study resulting phenotypes, though CRISPR is
also particularly powerful for forward genetic screens. Indeed, CRISPR gene knockouts have
been used in canine reverse genetics to study cardiovascular disease (Feng et al., 2018),
Duchenne’s muscular dystrophy (Mata Lopez et al., 2020), and even to generate germline edits
of the myostatin gene (Zou et al., 2015). NHEJ activity requires KU70/80 to stabilize the DNA
ends, preventing end resection, and DNA-PKcs (Chang et al., 2017). These proteins recruit other
components, importantly DNA ligase IV which seals the broken DNA ends. Competition with end
resection enzymes and more complicated DNA break structures (like 5’ and 3’ overhangs) result
in the random indels associated with NHEJ.
Microhomology-Mediated End Joining (MMEJ)
Microhomology-mediated end joining (MMEJ) is another non-templated outcome of CRISPRinduced DNA breaks and competes directly with NHEJ (Black et al., 2019). The core difference
between them is that MMEJ requires end resection to reveal short 3’ overhangs. Short stretches
(commonly 2-5 nucleotides) of homology are found by Polymerase Theta and LigIII is used to
seal the DNA break, thus resulting in small deletions of the intervening sequence and one copy
of the microhomology. Interestingly, CRISPR target sites can be chosen a priori to induce MMEJ,
thus resulting in predictable DNA repair outcomes, increasing the likelihood of an outcome of
interest (Martinez-Galvez et al., 2021). The ability to select CRISPR target sites that will result in
predictable outcomes is invaluable in research settings to ensure that a resulting mutant will carry
an out of frame deletion and early translational stop codon to abrogate gene function. More
importantly, in therapeutic settings, the ability to select MMEJ sites in somatic tissue editing brings
predictable outcomes to clinical applications. For example, 1 in ~1000 cases of human LimbGirdle Muscular Dystorphy 2G (LGMD2G) contain an 8bp duplication in exon 1 of TCAP (Nigro
and Savarese, 2014). Using CRISPR/Cas9, this mutation has been successfully reprogrammed
to WT in up to 57% of alleles in patient derived iPSCs using MMEJ repair (Iyer et al., 2019). Not
all diseases, however, carry such defined genomic signatures to be exploited for reversion to wild
type. In these instances, scientists could use diseased cell- and tissue-based genomics to identify
MMEJ-prone CRISPR target sites that may abrogate gene circuits involved in pathologies.
Homology-Directed repair (HDR)
Homology-directed repair, as the name suggests, is the general set of pathways that uses
homologous templates to direct DNA break repair (Jasin and Rothstein, 2013). After endogenous
DNA breaks e.g., from DNA replication stress or radiation, the cell uses a sister chromatid as
template. However, in gene editing applications, scientists supply an exogenous repair template
embedding the changes desired. Pending the desired edit, multiple sub-pathways of HDR are
utilized:
Templated repair to induce single nucleotide polymorphism (SNP) changes
● Most often, templates for SNP changes are <100bp single-stranded
oligonucleotides (ssODNs) containing 50bp homology arms flanking the desired
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SNP. The first demonstrated use of ssODNs in vivo was developed using TALENs
(Bedell et al., 2012), and subsequent deployment with CRISPR systems has
shown this is a universal HDR strategy to achieve single or few nucleotide changes
desirable to rescue a mutant phenotype, like the A to T SNP in sickle-cell anemia
(Frangoul et al., 2021). The molecular mechanisms of this type of targeted DNA
repair change are currently the subject of debate, but most likely involves
combinations of the Fanconi Anemia pathway important to stabilization of stalled
replication forks, and the synthesis dependent strand annealing (SDSA) pathway
(Yeh et al., 2019). In this model, it is speculated that the homology supplied in the
ssODN anneals with a matched, resected 3’ DNA end, and subsequent DNA
polymerase activity incorporates the desired changes before the template
dissociates. Whether or not the template itself is incorporated into the chromosome
is currently unknown.
● It is also possible to utilize longer homology templates to incorporate single or
multiple nucleotide changes into genes of interest. In general, the mechanisms
governing this type of templated gene editing fall under homologous recombination
(HR). HR is well known for its role in meiosis but can also be induced by supplying
donors with >500 bp homology arms flanking an insert of interest (Yeh et al., 2019)
(Jasin and Rothstein, 2013). HR proceeds after MRN/CtIP complex-induced long
range end resection involving many components, importantly the 5’-3’
exonuclease ExoI. After DNA ends are resected, the RAD family controls the
precision of repair through RAD51 DNA end stabilization, homologous template
search and sampling, RAD52 mediated strand invasion, annealing, and
subsequent template polymerization and end capture (Yeh et al., 2019). Many
types of donors have been used to induce this type of repair, including adenoassociated viral templates, ssDNA, linear dsDNA, and plasmid DNA. The use of
these types of donors and the requirement for homologous recombination is
arguably less efficient than the use of ssODN for SNP incorporation.
Templated repair to incorporate new genes
● For many gene-edited cell therapy applications, scientists do not wish to fix single
nucleotide polymorphisms, but need to add exogenous DNA to educate cells with
new functions that nature did not evolve. In research applications, this could be the
addition of DNA encoding fluorescent proteins to tag spatiotemporal gene
expression patterns in model organisms and cell lines (Wierson et al., 2020). In
the clinic, the best example is the addition of DNA encoding chimeric antigen
receptors to impart tumor killing activity onto T cells. Whatever the application, the
incorporation of multi-kilobase gene cassettes into CRISPR induced double-strand
DNA breaks generally requires a repair template carrying homology arms that flank
the DNA break. Just like in templated SNP alterations, the homologous
recombination pathway of DNA repair is a commonly employed mechanism for
these alterations. There are publications demonstrating the efficacy of many types
of templates to accomplish this feat; single stranded or double stranded linear
DNAs (Roth et al., 2018) (Shin et al., 2014), plasmid DNA (Wierson et al., 2020),
or rAAV donors (MacLeod et al., 2017) to mediate site-specific integration of this
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DNA. More recently, scientists have discovered that delivering a donor template
with CRISPR sites flanking homology arms and cargo DNA is an efficient way of
inducing a sub-pathway of HDR, dubbed homology-mediated end joining, to create
engineered model organisms and cell lines (Wierson et al., 2020, Wierson et al.,
2019) (Yao et al., 2017) (Hisano et al., 2015).
Base editing for SNP changes
An alternative form of CRISPR-based single nucleotide alterations is accomplished through the
fusion of “base editors” to Cas enzymes. Base editors can be used to alter single nucleotides in
DNA or RNA. The first base editor, engineered by David Liu’s lab in 2016, is a fusion of a Cas9
nickase enzyme (so that only a single-strand DNA break is induced) to the cytidine deaminase
enzyme APOBEC1 (Komor et al., 2016). Nicking the non-base edited DNA strand using a Cas9nickase induces a mismatch repair pathway that effectively “tricks” the cell to use the uracil as a
template for DNA replication, thus converting the target cytosine/guanine base pair to a
thymine/adenine base pair. Similarly, the Liu lab used directed evolution to engineer an adenosine
deaminase that can effectively target adenine/tyrosine base pairs for conversion to
guanine/cytosine (Gaudelli et al., 2017). With these two tools and their enhanced versions, 63%
of known pathogenic single nucleotide variants could theoretically be corrected. Additionally, an
advantage of base editing is that no double-strand DNA break has to be generated, as emerging
concerns with DNA breaks have been noted (Cullot et al., 2019) (Kosicki et al., 2018) (Ihry et al.,
2018). An elegant review was recently published on the advances and opportunities for furthering
base editing technology (Porto et al., 2020).
Armed with the toolboxes of viral integration, gene editing, and non-viral gene delivery, scientists
now have control over the genome at scale and resolution never before imagined to engineer
living therapies.

Revitalizing cells, tissues, and organs in vivo
Human clinical gene therapy
Numerous experimental gene therapy trials have been initiated with varying degrees of success,
leading to the first FDA-approved gene therapy in humans in 1998, Vitravene (Fomivirsen®)
(Stein and Castanotto, 2017). This antisense oligodeoxyncleotide was indicated for the local
treatment of cytomegalovirus (CMV) retinitis in immunocompromised patients but was later
removed from the market in 2002 and 2006 in the EU and U.S, respectively (Stein and Castanotto,
2017). In Europe, the very first gene therapy ever approved was based on a recombinant adenoassociated virus (rAAV) vector to treat familial lipoprotein lipase deficiency (Alipogene tiparvovec,
marketed under the trade name Glybera®) (Yla-Herttuala, 2012). Since 1998, 22 gene therapy
products, including naked nucleic acids, non-viral and viral vectors, as well as cell-mediated
therapy have been approved for commercialization and are elegantly described in a 2020 review
by Ma and colleagues (Ma et al., 2020).
Advantages of canine models for gene therapy
Animal models serve a critical role in biomedical research both as basic science tools for
elucidating molecular mechanisms as well as for the preclinical evaluation of novel therapies.

14

Preprints (www.preprints.org) | NOT PEER-REVIEWED | Posted: 17 May 2021

doi:10.20944/preprints202105.0376.v1

Dogs play an integral role in modern society and enhance the lives of countless individuals by
providing both mental and physical assistance, security, and companionship. The domestic dog
has also been recognized as a valuable model of monogenic diseases in humans and possesses
key advantages over inbred rodent models classically used for preclinical studies regarding gene
therapy. Not only do causative mutations spontaneously occur in dogs as they do in humans,
detailed pedigrees and opportunities to evaluate treatments over a long-term, often years, provide
crucial advantages in a preclinical setting (Switonski, 2020).
Specifically, immunotherapies present unique opportunities to be tested in vivo in dogs before
formal evaluation into human clinical trials, since an intact immune system and tumor
microenvironment can be adequately modeled in the dog (as opposed to mice). This is particularly
relevant for future accelerated development of many novel treatment options, including, among
others, immune checkpoint inhibitors, CAR-T cell, and adoptive T-cell transfer therapies in both
veterinary and human oncology.
Also, it has been well-established that spontaneous tumorigenesis occurs in dogs through similar
mechanisms as what is known to occur in humans. Although preclinical studies in dogs have
contributed to the development of cancer therapeutics for human medicine, approaches utilizing
gene therapy remain limited in this regard, as gene therapy is not an explicit class of therapeutic
options for oncology.
One could ponder how spontaneous disease in dogs could again be of use to test novel
hypotheses for gene therapy-based solutions in oncology that correct genomic risks in somatic
tissues. One such hypothesis involves hijacking a cancer cell’s reliance MMEJ. As MMEJ is
inherently mutagenic, cancers carry many genomic hallmarks of MMEJ-based re-arrangements
(Alexandrov et al., 2020), as well as overexpression of protein components involved in MMEJ
repair (Lemee et al., 2010). Drugs are currently under development that can induce lethality,
synthetic or otherwise, at the protein level. Theoretically, as tissue specific in vivo gene delivery
continues to advance, one could imagine a scenario where gene therapy is combined with gene
editing to exploit MMEJ to correct driver mutations or to induce synthetic lethality in cancer cell
populations. As discussed at length in the cell therapy section below, we are most interested in
the use of gene edited cell therapies (not explicitly “gene therapies”) in oncology. However, we
are interested in testing these hypotheses in spontaneous cancers via collaboration with in vivo
gene delivery and gene therapy experts. Given the few formal descriptions of gene therapy that
have been described in veterinary oncology (Thamm, 2019), examples of translational medicine
regarding gene therapy outlined herein apply specifically to monogenic diseases.
A special issue of Human Genetics published in 2019 highlights many recent discoveries
regarding monogenic diseases in dogs that have significant implications for human health
(Shaffer, 2019). For instance, variants in the TTN gene are known to contribute to
cardiomyopathies in humans and a missense mutation in TTN was discovered in Doberman
pinscher dogs with diagnosed dilated cardiomyopathy (Meurs et al., 2019). Another group
studying amelogenesis imperfecta (AI) in Parson Russell terriers and Akita dogs identified
variants in the ENAM and ACP4 genes which are implicated in the pathophysiology of human AI,

15

Preprints (www.preprints.org) | NOT PEER-REVIEWED | Posted: 17 May 2021

doi:10.20944/preprints202105.0376.v1

further highlighting relevant physiological similarities between humans and dogs (Hytonen et al.,
2019).
There have been numerous successful proof-of-concept gene therapy studies in dogs, both as a
model for human translational application and to solve pressing needs in canine health. As of
2017, hundreds of gene therapy trials have been undertaken to deal with monogenic diseases
and researchers have recently been able to shed light on the molecular mechanisms underpinning
many disorders to pave the way for novel interventions utilizing gene therapy. Beginning in 1993,
the First International DogMap Meeting in Oslo, Norway sought to gain a more in-depth
understanding of the genetics driving approximately 700 monogenic diseases known to afflict dog
Table 1: Description of monogeneic diseases in dogs, their counterpart in humans, genetic
drivers, and any dog or human gene therapies developed for the disorders.

Dog Disease

Human
counterpart

Known genetics

Breeds
affected

Gene therapy

Congenital
stationary night
blindness (CSNB)

CSNB/Type-2
Leber’s congenital
amaurosis (LCA2)

Recessive RPE65
(Aguirre et al., 1998)

Briard

AAV delivery of WT RPE65
(Acland et al., 2005), Human
trials (Testa et al., 2013)
(Schimmer and Breazzano,
2015) led to FDA approvals
for humans in 2017

Muscular
dystrophy

Duchenne’s
muscular
dystrophy

DMD mutations (Yiu
and Kornberg, 2015).

Retrievers,
Pointers,
Rottweilers,
Spaniels,
Corgis, Terrier

CRISPR/Cas9 to restore
DMD function (Amoasii et
al., 2018)

Hemophilia A and
B

Hemophilia A and
B

Coagulation factor VIII
and Coagulation
factor IX

Setters,
Schnauzers,
Pointers,
Lhasa Apso,
Retriever,
Terrier/Beagle

Viral delivery of FVIII and
FIX in dogs (Nichols, et al.,
2016), AAV gene therapy in
humans (Peyvandi and
Garagiola, 2019)

Severe combined
immunodeficiency
(SCID)

SCID

Mutations in DNA-PK,
RAG1, IL2RG
(Switonski, 2020)

Terriers,
Frisian Water
Dogs, Hounds,
Corgis
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Leukocyte
adhesion
deficiency (LAD)

LAD I, LAD
III/CLAD I,
CLADIII

Mutation in ITGB2
(Zimmerman et al.,
2013), FERMT3
(Hugo and Heading,
2014)

Setters,
German
Shepherds

Retrovirus gene
replacement of ITGB2 in
dogs (Bauer et al., 2013)

Lysosomal
storage diseases

MPS I, MPS IIIB,
MPS VI, and MPS
VII

Mutations in GUSB

German
shepherds,
mixed

Retrovirus gene
replacement of MPS VII
(Xing et al., 2013)

breeds (Switonski, 2020). Although analysis of genome sequence variations between different
dog breeds is currently underway (Ostrander et al., 2019), known causative mutations are
continuously being identified and approximately 430 monogenic diseases in dogs have the
potential to serve as preclinical models for homologous human diseases (Switonski, 2020). In
fact, gene therapy has shown efficacy in treating many monogenic diseases that afflict both
canines and humans and positive results in preclinical canine studies have resulted in the initiation
of multiphase clinical trials. These diseases are represented among multiple organ systems and
include ocular diseases, muscular dystrophy, hemophilia, severe combined immunodeficiencies,
leukocyte adhesion deficiencies, and lysosomal storage diseases (Table 1).

Engineering living cells ex vivo for therapeutic use
Mainstream application of viral transduction, gene editing technologies, and most recently nonviral gene delivery into cells ex vivo has led to a massive shift in the way scientists think about
disease treatment. It is now routine to “educate” cells ex vivo with genetic information to impart
therapeutic benefits with the intention of transplanting them back into diseased patients. However,
only in a handful of research groups are developing these strategies for dogs, with only two clinical
reports to date (Panjwani et al., 2016) (Panjwani et al., 2020). Here, we will focus on the enabling
technologies and their use in humans, knowing that translation of this technology to canines is
sure to follow.
In the context of oncology, the most commonly engineered cell used to date is the T cell. Though
there are many subtypes of T cells, CD8+ “cytotoxic” T cells are naturally equipped to rid the body
of virally infected cells and even some malignant cells through MHC Class I peptide recognition
with the T cell receptor (Kumar et al., 2018). Armed with this knowledge, scientists long sought to
reprogram the T cell receptor to engineer T cell specificity and killing. Indeed, the idea to use
genetically reprogrammed T cells as therapy began in 1992 with a pioneering study by Michel
Sadelain reporting the use of retroviral transduction to engineer T cells with exogenous DNA.
Later, in 1993, Zelig Eshhar generated the first chimeric antigen receptor (CAR) by fusing an
antibody domain to the CD3ζ domain of a T cell receptor in what has become known as a “1stgeneration CAR”. Studies in the late 1990’s and early 2000’s set the field ablaze by generating
“2nd-generation CAR-T cells” containing a costimulatory domain in addition to the antibody and
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CD3ζ signaling domain (Maher et al., 2002), which culminated in the first report of in vivo efficacy
of CAR-T cells by targeting CD19 on leukemic B cells in a mouse model (Brentjens et al., 2003).
Numerous subsequent reports and clinical trials utilized CD19-targeting, autologous CAR-T cells
generated from T cells isolated from the patient’s peripheral blood mononuclear cells (PBMCs)
(Hollyman et al., 2009). These efforts culminated in two FDA approvals in 2017 for relapsed and
refractory acute lymphoblastic leukemia (ALL) and diffuse large B cell lymphoma (DLBCL) and
one FDA approval for mantle cell lymphoma (MCL) in 2020 (Neelapu et al., 2017) (Maude et al.,
2018) (Wang et al., 2020). To date, the FDA approved CAR-T cell therapies are engineered via
lentiviral transduction of nucleic acid encoding the CAR and are all autologous, using no further
gene editing. However, there are numerous FDA-sanctioned clinical trials ongoing with geneedited CAR-T cells, both autologous and allogeneic, with various alterations to the manufacturing
process and resultant gene edited cells. As of January 2020, over 900 potential Investigative new
Drug (IND) applications are in the queue for cellular and/or gene therapy applications
https://www.fda.gov/news-events/press-announcements/fda-continues-strong-supportinnovation-development-gene-therapy-products.
Proof of concept CAR-T cell therapy in dogs
As noted in this chapter and described at length in [Nicola Mason’s chapter], the only peer
reviewed literature for CAR-T cell therapy in canines is via work from the University of
Pennsylvania with two publications by Panjwani et al., (Panjwani et al., 2016, Panjwani et al.,
2020). In these seminal studies, the authors used either mRNA or retroviral transduction of canine
T cells to generate doses of autologous CAR-T cell therapy designed to target CD20 on B cell
lymphomas. The first proof-of-concept experiment showed limited effect, and while the CAR-T
cells did traffic to the lymph nodes and reduce tumor burden, this effect was only transient,
primarily due to the nature of mRNA-based CAR expression, which are not stably integrated.
In the second publication by Panjwani et al., 5 dogs were treated with stably transduced
autologous CAR-T cells, though the doses of CAR-T cells varied in every dog and were all far
lower than the target 1-3x106 CAR-T cells/kg used in humans. Canine anti-mouse antibodies were
detected, likely in response to the murine-derive CAR itself, which the authors postulated
triggered rejection of the CAR-T cells and subsequently limited clinical benefit. In any case, the
authors concluded that CAR-T cells were detectable in dogs, had modest anti-tumor activity, and,
in some instances, selectively forced CD20 antigen loss on malignant B cells, indicating that the
dog as a model can faithfully recapitulate pitfalls previously described in human CAR-T cell
therapy studies (Majzner and Mackall, 2018) (Maus et al., 2013) (Enblad et al., 2015).
In addition to canine CAR-T cell therapy being developed for B cell lymphoma, there is a report
of this modality being applied to the treatment of glioma in dogs (Yin et al., 2018). In this study,
scientists aimed to develop a novel antigen binding protein to develop CAR-T cells that target IL13Rα2, commonly found on both human and canine gliomas, but not on healthy tissues. Solid
tumors like glioma are historically harder to treat with CAR-T cell therapy than liquid cancers, such
as leukemia and lymphoma (O'Rourke et al., 2017). Yin et al., engineered human cells expressing
a cross-reactive CAR for both human and canine IL-13Rα2 and showed it effectively targeted IL-
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13Rα2 in both species in vitro and was effective in vivo towards an orthotopic mouse model of
canine glioma. Interestingly, the authors engineered both canine and human cells with IL-13Rα2
CARs, and showed that both elicit killing of IL-13Rα2 positive cells, indicating that human T cells
can kill canine cells when armed with a CAR specific for a canine antigen. The authors concluded
that they are moving forward to enroll a pilot trial to use this technology towards fighting canine
gliomas as a preclinical model of the approach in humans (Herranz et al., 2016).
It is notable to discuss here that there are currently multiple industry groups in the United States
offering autologous tumor vaccinations or “adoptive T cell transfer” to fight differing cancers, which
is quite different than CAR-T cell therapy. Respectively, dogs are either vaccinated with their own
tumors to induce a cellular immunity response to the cancer, or T cells are isolated from dogs,
grown in the presence of tumor neo-antigens, and reinfused in the hopes that the cells naturally
acquire tumor antigen specific killing properties (O'Connor and Wilson-Robles, 2014, O'Connor
et al., 2012). Data on these approaches in dogs is currently scant with various stages of regulatory
approvals ongoing, however it is well established in humans that genetically reprogramming cells
with anti-cancer properties (i.e., CAR-T) is absolutely a more effective approach to induce durable
disease remissions.
Gene-edited cell therapies in dogs
With Dr. Mason’s pioneering work, the translation of CAR-T cell therapy from humans to
companion dogs emerging. While the work in the Mason lab is so far the only peer-reviewed
literature for in vivo trials of CAR-T in dogs, publicly available knowledge for awarded federal and
foundation grants gives us a glimpse of what is to come in this area. These include federal grant
awards to Dr. Nicola Mason (3U24CA224122-02S1), Dr. Carl June and Dr. Gerald Linette
(1U54CA244711-01) and other colleagues at the University of Pennsylvania (5R01AR07533703), foundation awards to Dr. Heather Wilson-Robles and colleagues at Texas A&M University
(AKC-CHF #1418), and a Small Business Innovation Research award to the biotechnology
company LifEngine Animal Health Laboratories (LEAH Labs, NSF #2006130). In all instances,
the scientists note the need for better canine therapies and seek to use the high-impact potential
of spontaneously occurring disease in a large animal model system to study the effects of novel
cell therapies. As mentioned above, the opportunity to support parallel development of novel drug
candidates in veterinary and human oncology through a One Health approach could increase
availability of revolutionary treatment options in animal health, while reducing attrition rates in
Phase II clinical programs. The public summary statements of these grants indicate that gene
editing is being used in the development of novel cell-based
therapies; however, to date, there are no peer-reviewed reports of gene-edited cell therapies for
dogs.
One of the biggest challenges to overcome in regards to successful translation of CAR-T cell
therapy into canines is the cost to deliver the therapy to patients. Notably, the current cost of FDAapproved CAR-T cells in human medicine ranges from $373,000 to $475,000 represents a large
barrier to effective translation of this technology to canines. This cost is largely due to the need
for individualized manufacturing, lentiviral preparations, FDA regulation, and GMP manufacturing
standards. In considering autologous cell therapy in dogs, apheresis to obtain PBMC populations
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from which to generate cell therapies costs >$2,000. This feature, coupled with the labor-intensive
processes of isolating, culturing, engineering, and expanding canine T cells, will likely result in a
therapy that costs well over $10,000, vastly limiting adoption of this breakthrough therapy to the
broader veterinary community. Gene editing could alleviate much of this cost burden by allowing
the engineering of allogeneic CAR-T cell therapy, such that one manufacturing run would
essentially generate enough material to dose multiple, if not 10 or 100 dogs with a single batch.
Fortunately, research and clinical trials for human CAR-T cell therapy is paving the way for
allogeneic cell therapy to be possible in dogs (Jung and Lee, 2018).
However, as these challenges are overcome and as ongoing cell therapy trials in humans for a
litany of oncologic disorders progress, one can envision how the use of gene editing technology
will surely allow the translation of these technologies to companion dogs for the same types of
cancers (Figure 4). Moreover, as will be discussed below, canines may serve as an important
model for these and new cell therapy types as different treatments for new indications emerge in
humans.

20

Preprints (www.preprints.org) | NOT PEER-REVIEWED | Posted: 17 May 2021

doi:10.20944/preprints202105.0376.v1

Figure 4: Clinical stage CAR-T cell therapy assets with analogous cancers in dogs. Cancers
associated with the highlighted organ systems are analogous to human diseases with shared
mutations, clinical targets, and human CAR-T cell therapies listed. Clinical trial information
retrieved from ClinicalTrials.gov.
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Strategies for allogeneic cell therapy
One of the biggest hurdles in allogeneic CAR-T cell therapy is Graft vs. Host Disease (GvHD)
(Gajewski et al., 2009) (Poirot et al., 2015). GvHD is mediated by the T cell receptor (TCR)
recognizing non-self through major histocompatibility complex (MHC)/human leukocyte antigen
(HLA) interactions. Thus, GvHD is dependent on the TCR. To avoid GvHD, scientists use gene
editing-based knockouts of the T cell receptor alpha chain (TRAC), which disrupts the TCR
(Qasim et al., 2017). In the first cohort of patients with ALL who were dosed with TALEN-mediated
allogeneic CAR-T cell therapy containing TCR knockouts, no GvHD was observed, and clinical
remission was induced from one dose of these CAR-T cells (Qasim et al., 2017). In fact,
publications have shown that disruption of the endogenous TCR via targeted integration of the
CAR at the TRAC locus actually enhances CAR-T cell activity in vitro and in vivo (MacLeod et al.,
2017). Additional benefits of targeted integration of the CAR module are better control of
transgene expression (vs using an exogenous promotor) and the ability to make a theoretically
homogenous therapy where every cell contains the same edit, which are both limitations in the
random integration of CAR via lentivirus (Xu et al., 2018).
Indeed, multiple gene editing approaches have been developed towards engineering allogeneic
CAR-T cells for human blood malignancies, using viral and non-viral approaches to CAR delivery.
Nuclease-based knock-out of the TCR is often combined with lentiviral-based CAR delivery and
has been the method used to manufacture allogeneic CAR-T cells in multiple FDA trials.
Moreover, adeno-associated virus (AAV) cassettes are relatively efficient vectors to induce
homology-directed integration of cargo cassettes at CRISPR cut sites (MacLeod et al., 2017).
DNA molecules, either plasmids, dsDNA, or ssDNA, are also used as HDR templates to generate
non-viral CAR-T cells (MacLeod et al., 2017) (Eyquem et al., 2017) (Sachdeva et al., 2019) (Roth
et al., 2018) (Jung and Lee, 2018). Based on these studies and unpublished work at numerous
biotechnology companies and academic centers, there are multiple human clinical trials ongoing
for allogeneic CAR-T cell therapy in cancer (clinicaltrials.gov).
Dogs as a unique model for cell therapy development
Many advances have been made in improving efficacy through the inclusion of additional
synthetic biology strategies into the CAR construct (Kloss et al., 2013) (Diaconu et al., 2017) or
by combining CAR-T cells with monoclonal antibodies (Gargett et al., 2016) (Sterner et al., 2019),
or small molecule inhibitors (Giavridis et al., 2018) (Ruella et al., 2016). However, equally
important as fine-tuning the CAR-T cells themselves is testing the therapy in an appropriate
animal model. Different mouse models—syngeneic, xenograft, transgenic, and humanized—have
been implemented in CAR-T research, and some of these models have exposed CAR-T
limitations or risks that were not adequately detected in other models (Siegler et al., 2017).
Even though CAR-T cells have been especially successful in treating hematological malignancies,
an estimated 30-50% of patients will relapse within one year of treatment (Maude et al., 2018)
(Park et al., 2018), arguing for the need to better evaluate preclinical assets before investing in
Phase I trials and beyond. The vast majority of preclinical CAR-T studies have been performed in
mouse models, which are convenient but do not faithfully reproduce or predict clinical outcomes.
Importantly, the incredible outcomes of CAR-T cell therapy in human oncology comes with
significant adverse reactions in the form of neurotoxicity (NT) and cytokine release syndrome
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(CRS). Thus, there is a disconnect between preclinical models, which display robust antitumor
effects and minimal toxicities, and clinical trials, which yield more limited durable responses and
often demonstrate serious toxicities such as CRS and NT. Currently, three different mouse
models are being utilize to study CAR-T cell toxicities. These include 1) xenograft humanized
models (Sterner et al., 2019); 2) humanized mouse models (Giavridis et al., 2018); and 3)
syngeneic models (Kueberuwa et al., 2018). These models are limited by the lack of spontaneous
tumor development, no relevant tumor microenvironment, absence of immune cells in the case of
immunocompromised mice, and use of murine T cells in the case of syngeneic models.
Briefly, syngeneic models are immunocompetent and thus reflect a more realistic tumor
microenvironment, but require all components—engineered T cells, tumors, and target antigens—
to be of murine origin. Thus, syngeneic models do not provide insight into the functions of human
CAR-T cells. Xenograft models are immunocompromised and permit the engraftment of human
tumors and T cells, but do not give information into off-tumor toxicities or interactions between
tumor and host immune cells. Immunocompetent transgenic mice express a human antigen to
better determine off-tumor effects but have limited availability (Chmielewski et al., 2013) (Pegram
et al., 2012). Humanized mice recreate components of the human immune system in
immunocompromised mice to allow the study of human cells and targets within the context of the
human immune system. However, these models are often primitive, with frequent defects in the
myeloid compartment, limiting the full recapitulation of human immune interactions with CAR-T
cell therapy (Holzapfel et al., 2015) (Zhen et al., 2015).
No less, there have been advances in the understanding of CAR-T cell biology and host
responses and methods to abrogate toxicities like CRS and NT. One study used gene editing to
make CAR-T cells containing knockouts of granulocyte macrophage colony-stimulating factor
(GM-CSF), a protein suggested to be responsible for bridging CAR-T cells with NT and CRS.
Indeed, either with a GM-CSF neutralizing antibody (lenzilumab) or CRISPR/Cas9 based GMCSF knockouts, NT and CRS were abrogated and CAR-T cell function was not impacted (Sterner
et al., 2019).
Historically, CAR-T cell therapy has been most successful in hematologic malignancies, with few
complete responses induced in solid tumor trials. Solid tumors present a number of hurdles for
cell therapy activity that are less prevalent in liquid tumors. One issue to effectively deploying
CAR-T for solid tumors is what is known as the “antigen dilemma”; this is essentially because cell
types in solid tumors are more heterogeneous, displaying different tumor antigens throughout the
tumor. Therefore, if CAR-T cells are designed to target a single antigen, cells without that antigen
cannot be targeted by the therapy, a hurdle that can be alleviated by the use of bispecific CARs
(Dai et al., 2020).
Another challenge in CAR-T cell therapy for solid tumors lies in the immunosuppressive nature of
the tumor microenvironment. One approach to counteracting this for enhanced CAR-T cell activity
at solid tumor sites is to use CRISPR to disrupt the PD-1/PD-L1 immune checkpoint blockade
that inhibits T cell function (Zhao et al., 2018) (McGowan et al., 2020). At last, on-target but offtumor effects can result in the CAR-T cells attacking healthy tissues. In the context of a
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xenotransplant, immunocompromised mouse model, it is nearly impossible to determine how a
CAR-T cell’s antigen receptor may react to these off-tumor antigens.
Another challenge to overcome for solid tumor targeting is the need to improve CAR-T cell fitness.
Even in blood malignancies where targeting single antigens can induce clinical remission, the
repeated activation of CAR-T cells via the chimeric T cell receptor can induce T cell exhaustion
and lower efficacy in some cases (Blank et al., 2019). An interesting approach to enhance the
fitness of CAR-T cells was described by Sachdeva et al., where they generated multiplexed CART cells that can selectively induce secretion of IL-12 upon antigen stimulation to enhance T cell
activity (Sachdeva et al., 2019). Again, testing CAR-T cell therapy in spontaneous disease models
like dog vs immunocompromised, xenotransplant mice may help scientists understand the gene
networks, gene edits, or other strategies to enhance CAR-T cell fitness.
While xenotransplants of cancer into immunocompromised mouse models have been the gold
standard for preclinical testing of human CAR-T cells for blood malignancies, they cannot faithfully
recapitulate these hurdles in bringing cell therapies to human application. The use of spontaneous
disease in dog models with an intact immune system could be a game changing new paradigm
of testing novel cell therapy strategies, designs, and treatment regimens to increase the
confidence of the safety and efficacy of novel cell therapy strategies during the pre-clinical
evaluation phase of drug development.
Advanced gene edited cell therapy technologies
Indeed, as the gene editing toolbox continues to grow and more cell types are engineered and
shown to work as cancer and other disease therapy, we will continue to see the growth and
application of gene edited therapies in dogs.
While 3rd generation, autologous CAR-T cell therapy is leading the field for reprogrammed
immune cells, there is considerable attention given to other types of modalities and engineered
cells (Yu et al., 2020). T cells can also be engineered with programmed T cell receptors
themselves vs the chimeric approach used in CAR-T cell therapy. Indeed, the first clinical
application of CRISPR/Cas9 to engineer living cell therapy was a Phase I trial of TCR-engineered
T cells with endogenous TCR and PD-1 disruption (NCT03399448). Natural killer cells are also
under evaluation in clinical trials after being engineered with CARs to mediate tumor antigenspecific killing and may bring several advantages over engineered T cells, including an abrogated
risk of GvHD, reduced rates of NT and CRS due to differential cytokine profiles, and the innate
ability to kill tumors in a CAR-independent manner, overcoming limitations in tumor antigen
heterogeneity (Xie et al., 2020). Finally, CAR-macrophages are currently under investigation as
a potential advance in the ability to penetrate solid tumors and overcome the immunosuppressive
tumor microenvironment (Mukhopadhyay, 2020).
A xenogeneic approach to cell therapy in dogs?
In the late 1990’s, a group of scientists demonstrated the efficacy of a transformed human T cell
line, TALL-104, as a therapeutic option for canine cancer in a series of studies (Visonneau et al.,
1997, Visonneau et al., 1999, Cesano et al., 1995, Cesano et al., 1996). Interestingly, the use of
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this cell line in dogs did not result in any toxicity like GvHD and even provided clinical benefit in
many cases. This, combined with the supporting evidence of the ability to engineer allogeneic
CAR-T cells in research and clinical settings for humans that do not cause GvHD, has generated
interest in the use of canine antigen targeting, human CAR-T cells in dogs (Yin et al., 2018).
The use of xenogeneic CAR-T cells for canine therapy would alleviate the burden of isolating,
expanding, and engineering canine T cells (methods that have not been broadly studied), and
would create a more straightforward strategy to using canine modeling of CAR-T cell therapeutic
efficacy. Indeed, the University of Pennsylvania is currently recruiting dogs to participate in a trial
with human CAR-T cells engineered to fight canine B cell lymphoma, though it is not publicly
known how the CAR module is integrated into the genome in this approach (are they using
lentivirus or gene editing approaches?). In industry, LEAH Labs is developing a similar approach
using CRISPR to knock-out the TCR while simultaneously integrating CAR DNA using their nonviral GeneWeld platform (Wierson et al., 2020, Wierson et al., 2019). Of note, a combination
approach using lentivirus to introduce the CAR transgene and gene editing to knock out the TCR
to generate xenogeneic CAR-T cells for canine use may be an effective strategy toward the
application of this therapy.

Future applications of gene editing and gene therapy in our canine
companions
Improving the cell and gene therapy discovery and validation pipeline
As discussed above, large animal models may better serve preclinical testing of CAR-T cell
therapy, as mouse models have the tendency to overstate efficacy and understate toxicity. To
date, a few non-human primate models have tested CAR-T safety. However, these studies are
expensive and ethically fraught, and no tumors were implanted or spontaneously developed prior
to CAR-T administration (Berger et al., 2015) (Kunkele et al., 2017). Canine models of CAR-T cell
therapy may circumvent many issues seen in murine and primate modeling (Migliorini et al.,
2018). Unlike laboratory mice, dogs are more genetically diverse and develop spontaneous
cancers that share similar histology, mutations, microenvironments, and metastases as their
corresponding human cancers (Kirkness et al., 2003) (Breen and Modiano, 2008) (Richards et
al., 2013).
Humans share a more similar environment and microbiome to pet dogs than they do to laboratory
mice, which likely affects tumor development and therapeutic response (Coelho et al., 2018)
(Gopalakrishnan et al., 2018). Finally, spontaneous disease in dog models has the potential to
serve as relevant models to investigate toxicities after CAR-T cells and other cell therapies. The
development of cytokine release syndrome and neurotoxicity following CAR-T cell therapy is
caused require the interactions between CAR-T cells, tumor cells and tumor microenvironment
(such as myeloid cells). Canine models were instrumental in developing methods for
hematopoietic stem cell transplant (Panse et al., 2003) (Graves et al., 2007), and it logically
follows that dogs can also be key to bridging the gap between bench and bedside in CAR-T cell
therapy.
Interestingly, provisions in regulatory code 9CFR 107.1 allow veterinarians to treat their clients
with any therapeutic provided it is manufactured in house with an existing veterinary client patient
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relationship. This code was originally intended to allow for frictionless vaccination of herd animals
in the case of pandemics, but also may allow for the use of client owned dogs as n of 1
spontaneous disease models. One could envision a companion animal biotechnology company
of the future that develops novel cell and gene therapy strategies that, once validated in vitro or
in mouse models, could be quickly ported to patient dogs with consenting pet owners as a
mechanism for compassionate use. In this way, scientists could glean clinical data in spontaneous
disease models that is important for future regulatory submissions with little friction. Additionally,
with the One Health model in mind, these data may prove invaluable to human pharmaceutical
companies as they seek better models to test their novel cell and gene therapy hypotheses.
Two clinical stage gene therapy examples
As the companion animal market continues to rise, so has funding for university spinouts of highrisk, high-reward intellectual property into companion animal biotechnology companies. Two
companies in particular are currently in the clinic with their gene therapy products: Rejuvenate
Bio and Scout Bio, spun out of the infamous labs of Dr. George Church and Dr. Jim Wilson,
respectively. Academic work out of the Church lab showed that delivery of a combination of AAV
payloads containing two genes was successful at treating 4 diseases in a single mouse; obesity,
Type II diabetes, heart failure, and renal failure (Davidsohn et al., 2019). As a proof of concept for
this therapy working outside of lab models, Rejuvenate Bio is focused first on using this cocktail
gene therapy to treat mitral valve disease in cavalier king Charles spaniels. As of this writing, they
are currently recruiting patients. Scout Bio is using gene therapy to deliver feline erythropoietin
(EPO) in vivo to treat anemia associated with chronic kidney disease in cats. In another study,
they are using AAV to deliver GLP-1 to cats as a treatment for diabetes. Without a doubt, both
companies are garnering interest from human pharma for their work and each has aspirations to
translate their technology to the human clinic.
Fixing diseased alleles for generations through germline editing
Gene editing is not only useful for engineering somatic cells or stem cells to be used as therapy,
but also opens the possibility to actually correct alleles that can be passed through the germline.
With gene editing, it is theoretically possible to correct the over 700 described monogenetic
diseases in dogs and establish new, disease-free dog lines. A review by Pepin et al. (Pepin, 2014)
examining 36 breed-associated canine monogenetic diseases reports that single genetic defects
are responsible for the vast majority of these disorders, with 91% of the mutations involving coding
regions resulting in amino acid substitutions or truncations in the encoded protein. Similar to
humans, about half of these diseases involve the nervous and visual system (e.g. cataract in the
Australian Shepherd (Mellersh, 2014), glaucoma in the Beagle (Kuchtey et al., 2013), or
spinocerebellar ataxia in the Parson Russell (Forman et al., 2013). Additionally, naturally
occurring MDR-1 deletion mutations are common in certain dog herding breeds (e.g. Collies, Ref)
(Firdova et al., 2016), making them vulnerable to severe side effects (which can be fatal) from
parasiticides, such as macrocyclic lactones (Geyer and Janko, 2012). The MDR-1 gene codes for
P-glycoprotein (P-gp), a drug efflux transporter that plays an important role in cell detoxification
and resistance to antimicrobial and chemotherapeutic drugs. Using adult intestinal stem cellsderived enteroids, ongoing work by Dr. Jon Mochel and colleagues focuses on mimicking the wild
type (WT) four bp deletion mutation of the MDR-1 gene. Additionally, by creating the exact WT
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deletion, these studies lay the framework to rescue this genotype by simply replacing the HDR
template with a template containing the four missing bp in the MDR-1 gene in the affected canine’s
germline.
Using our companions as an exploration into gene editing ethics
The long history of canines and others as companion animals showcases their cultural
significance well beyond their study as natural models of human disease. Consequently, all work
beyond somatic gene editing will undoubtedly bring its own array of important ethical discussions
that will have diverse cultural contexts as the rainbow of human-canine relations around the globe,
conversations that will undoubtedly presage parallel work in human gene editing.
People have been working to change the germline of dogs since our first domestication from
wolves over 10,000 years ago. Selective breeding has developed a rich array of different shapes,
colors and dispositions – while causing clustering of genetic-based diseases in certain breeds.
Maintaining the unique features of a classical dog breed while removing these negative and
unintended consequences of human intervention is challenging and time-consuming when it’s
possible at all. This genetic complexity also exists in food animals such as cows, represented by
the naturally occurring hornless cow trait that is only found natively in a few breeds. Approaches
to accelerate genetic exchange to bring in highly valued genetic loci while maintaining other key
aspects (such as milk production) has been demonstrated with the polled allele (Carlson et al.,
2016). Germline gene editing in dogs offers the opportunity to similarly maintain the distinction
many value in our different breeds of canine companions while reducing the negative impact of
specific disease alleles. Finally, the controversial use of gene editing for enhancing specific nondisease traits in dogs is also a proven reality using CRISPR (Zou et al., 2015). As with nearly all
other aspects of gene editing, our ‘best friend’ will share this complex journey towards our new
genetic heritage.

References
ACLAND, G. M., AGUIRRE, G. D., BENNETT, J., ALEMAN, T. S., CIDECIYAN, A. V., BENNICELLI, J.,
DEJNEKA, N. S., PEARCE-KELLING, S. E., MAGUIRE, A. M., PALCZEWSKI, K., HAUSWIRTH, W.
W. & JACOBSON, S. G. 2005. Long-term restoration of rod and cone vision by single dose rAAV-mediated
gene transfer to the retina in a canine model of childhood blindness. Mol Ther, 12, 1072-82.
ACLAND, G. M., AGUIRRE, G. D., RAY, J., ZHANG, Q., ALEMAN, T. S., CIDECIYAN, A. V., PEARCEKELLING, S. E., ANAND, V., ZENG, Y., MAGUIRE, A. M., JACOBSON, S. G., HAUSWIRTH, W. W.
& BENNETT, J. 2001. Gene therapy restores vision in a canine model of childhood blindness. Nat Genet,
28, 92-5.
AGUIRRE, G. D., BALDWIN, V., PEARCE-KELLING, S., NARFSTROM, K., RAY, K. & ACLAND, G. M. 1998.
Congenital stationary night blindness in the dog: common mutation in the RPE65 gene indicates founder
effect. Mol Vis, 4, 23.
AL-DOSARI, M. S. & GAO, X. 2009. Nonviral gene delivery: principle, limitations, and recent progress. AAPS J,
11, 671-81.
ALEXANDROV, L. B., KIM, J., HARADHVALA, N. J., HUANG, M. N., TIAN NG, A. W., WU, Y., BOOT, A.,
COVINGTON, K. R., GORDENIN, D. A., BERGSTROM, E. N., ISLAM, S. M. A., LOPEZ-BIGAS, N.,
KLIMCZAK, L. J., MCPHERSON, J. R., MORGANELLA, S., SABARINATHAN, R., WHEELER, D. A.,
MUSTONEN, V., GROUP, P. M. S. W., GETZ, G., ROZEN, S. G., STRATTON, M. R. & CONSORTIUM,
P. 2020. The repertoire of mutational signatures in human cancer. Nature, 578, 94-101.
AMOASII, L., HILDYARD, J. C. W., LI, H., SANCHEZ-ORTIZ, E., MIREAULT, A., CABALLERO, D.,
HARRON, R., STATHOPOULOU, T. R., MASSEY, C., SHELTON, J. M., BASSEL-DUBY, R., PIERCY,

27

Preprints (www.preprints.org) | NOT PEER-REVIEWED | Posted: 17 May 2021

doi:10.20944/preprints202105.0376.v1

R. J. & OLSON, E. N. 2018. Gene editing restores dystrophin expression in a canine model of Duchenne
muscular dystrophy. Science, 362, 86-91.
ATA, H., EKSTROM, T. L., MARTINEZ-GALVEZ, G., MANN, C. M., DVORNIKOV, A. V., SCHAEFBAUER,
K. J., MA, A. C., DOBBS, D., CLARK, K. J. & EKKER, S. C. 2018. Robust activation of microhomologymediated end joining for precision gene editing applications. PLoS Genet, 14, e1007652.
BAE, S., KWEON, J., KIM, H. S. & KIM, J. S. 2014. Microhomology-based choice of Cas9 nuclease target sites. Nat
Methods, 11, 705-6.
BAUER, T. R., JR., TUSCHONG, L. M., CALVO, K. R., SHIVE, H. R., BURKHOLDER, T. H., KARLSSON, E.
K., WEST, R. R., RUSSELL, D. W. & HICKSTEIN, D. D. 2013. Long-term follow-up of foamy viral vectormediated gene therapy for canine leukocyte adhesion deficiency. Mol Ther, 21, 964-72.
BEDELL, V. M., WANG, Y., CAMPBELL, J. M., POSHUSTA, T. L., STARKER, C. G., KRUG, R. G., TAN, W.
F., PENHEITER, S. G., MA, A. C., LEUNG, A. Y. H., FAHRENKRUG, S. C., CARLSON, D. F., VOYTAS,
D. F., CLARK, K. J., ESSNER, J. J. & EKKER, S. C. 2012. In vivo genome editing using a high-efficiency
TALEN system. Nature, 491, 114-U133.
BERGER, C., SOMMERMEYER, D., HUDECEK, M., BERGER, M., BALAKRISHNAN, A., PASZKIEWICZ, P.
J., KOSASIH, P. L., RADER, C. & RIDDELL, S. R. 2015. Safety of targeting ROR1 in primates with
chimeric antigen receptor-modified T cells. Cancer Immunol Res, 3, 206-16.
BETT, A. J., PREVEC, L. & GRAHAM, F. L. 1993. Packaging capacity and stability of human adenovirus type 5
vectors. J Virol, 67, 5911-21.
BLACK, S. J., OZDEMIR, A. Y., KASHKINA, E., KENT, T., RUSANOV, T., RISTIC, D., SHIN, Y., SUMA, A.,
HOANG, T., CHANDRAMOULY, G., SIDDIQUE, L. A., BORISONNIK, N., SULLIVAN-REED, K.,
MALLON, J. S., SKORSKI, T., CARNEVALE, V., MURAKAMI, K. S., WYMAN, C. & POMERANTZ,
R. T. 2019. Molecular basis of microhomology-mediated end-joining by purified full-length Poltheta. Nat
Commun, 10, 4423.
BLANK, C. U., HAINING, W. N., HELD, W., HOGAN, P. G., KALLIES, A., LUGLI, E., LYNN, R. C., PHILIP,
M., RAO, A., RESTIFO, N. P., SCHIETINGER, A., SCHUMACHER, T. N., SCHWARTZBERG, P. L.,
SHARPE, A. H., SPEISER, D. E., WHERRY, E. J., YOUNGBLOOD, B. A. & ZEHN, D. 2019. Defining 'T
cell exhaustion'. Nat Rev Immunol, 19, 665-674.
BREEN, M. & MODIANO, J. F. 2008. Evolutionarily conserved cytogenetic changes in hematological malignancies
of dogs and humans--man and his best friend share more than companionship. Chromosome Res, 16, 14554.
BRENTJENS, R. J., LATOUCHE, J. B., SANTOS, E., MARTI, F., GONG, M. C., LYDDANE, C., KING, P. D.,
LARSON, S., WEISS, M., RIVIERE, I. & SADELAIN, M. 2003. Eradication of systemic B-cell tumors by
genetically targeted human T lymphocytes co-stimulated by CD80 and interleukin-15. Nat Med, 9, 279-86.
BROOKS, P. J., YANG, N. N. & AUSTIN, C. P. 2016. Gene Therapy: The View from NCATS. Hum Gene Ther, 27,
7-13.
CARLSON, D. F., LANCTO, C. A., ZANG, B., KIM, E. S., WALTON, M., OLDESCHULTE, D., SEABURY, C.,
SONSTEGARD, T. S. & FAHRENKRUG, S. C. 2016. Production of hornless dairy cattle from genomeedited cell lines. Nat Biotechnol, 34, 479-81.
CEPKO, C. L., ROBERTS, B. E. & MULLIGAN, R. C. 1984. Construction and applications of a highly transmissible
murine retrovirus shuttle vector. Cell, 37, 1053-62.
CESANO, A., VISONNEAU, S., PASQUINI, S., ROVERA, G. & SANTOLI, D. 1996. Antitumor efficacy of a
human major histocompatibility complex nonrestricted cytotoxic T-cell line (TALL-104) in
immunocompetent mice bearing syngeneic leukemia. Cancer Research, 56, 4444-4452.
CESANO, A., VISONNEAU, S. & SANTOLI, D. 1995. Treatment of Experimental Glioblastoma with a Human
Major Histocompatibility Complex Nonrestricted Cytotoxic T Cell Line. Cancer Research, 55, 96.
CHANG, H. H. Y., PANNUNZIO, N. R., ADACHI, N. & LIEBER, M. R. 2017. Non-homologous DNA end joining
and alternative pathways to double-strand break repair. Nat Rev Mol Cell Biol, 18, 495-506.
CHMIELEWSKI, M., HOMBACH, A. A. & ABKEN, H. 2013. Antigen-Specific T-Cell Activation Independently of
the MHC: Chimeric Antigen Receptor-Redirected T Cells. Front Immunol, 4, 371.
CHRISTIAN, M., CERMAK, T., DOYLE, E. L., SCHMIDT, C., ZHANG, F., HUMMEL, A., BOGDANOVE, A. J.
& VOYTAS, D. F. 2010. Targeting DNA double-strand breaks with TAL effector nucleases. Genetics, 186,
757-61.
COELHO, L. P., KULTIMA, J. R., COSTEA, P. I., FOURNIER, C., PAN, Y., CZARNECKI-MAULDEN, G.,
HAYWARD, M. R., FORSLUND, S. K., SCHMIDT, T. S. B., DESCOMBES, P., JACKSON, J. R., LI, Q.

28

Preprints (www.preprints.org) | NOT PEER-REVIEWED | Posted: 17 May 2021

doi:10.20944/preprints202105.0376.v1

& BORK, P. 2018. Similarity of the dog and human gut microbiomes in gene content and response to diet.
Microbiome, 6, 72.
CRYSTAL, R. G. 2014. Adenovirus: the first effective in vivo gene delivery vector. Hum Gene Ther, 25, 3-11.
CULLOT, G., BOUTIN, J., TOUTAIN, J., PRAT, F., PENNAMEN, P., ROORYCK, C., TEICHMANN, M.,
ROUSSEAU, E., LAMRISSI-GARCIA, I., GUYONNET-DUPERAT, V., BIBEYRAN, A., LALANNE, M.,
PROUZET-MAULEON, V., TURCQ, B., GED, C., BLOUIN, J. M., RICHARD, E., DABERNAT, S.,
MOREAU-GAUDRY, F. & BEDEL, A. 2019. CRISPR-Cas9 genome editing induces megabase-scale
chromosomal truncations. Nat Commun, 10, 1136.
DAI, H., WU, Z., JIA, H., TONG, C., GUO, Y., TI, D., HAN, X., LIU, Y., ZHANG, W., WANG, C., ZHANG, Y.,
CHEN, M., YANG, Q., WANG, Y. & HAN, W. 2020. Bispecific CAR-T cells targeting both CD19 and
CD22 for therapy of adults with relapsed or refractory B cell acute lymphoblastic leukemia. J Hematol Oncol,
13, 30.
DAVIDSOHN, N., PEZONE, M., VERNET, A., GRAVELINE, A., OLIVER, D., SLOMOVIC, S.,
PUNTHAMBAKER, S., SUN, X., LIAO, R., BONVENTRE, J. V. & CHURCH, G. M. 2019. A single
combination gene therapy treats multiple age-related diseases. Proc Natl Acad Sci U S A, 116, 23505-23511.
DIACONU, I., BALLARD, B., ZHANG, M., CHEN, Y., WEST, J., DOTTI, G. & SAVOLDO, B. 2017. Inducible
Caspase-9 Selectively Modulates the Toxicities of CD19-Specific Chimeric Antigen Receptor-Modified T
Cells. Mol Ther, 25, 580-592.
DOUDNA, J. A. 2020. The promise and challenge of therapeutic genome editing. Nature, 578, 229-236.
DULL, T., ZUFFEREY, R., KELLY, M., MANDEL, R. J., NGUYEN, M., TRONO, D. & NALDINI, L. 1998. A
third-generation lentivirus vector with a conditional packaging system. J Virol, 72, 8463-71.
EL-SAYED, A. & KAMEL, M. 2020. Advanced applications of nanotechnology in veterinary medicine. Environ Sci
Pollut Res Int, 27, 19073-19086.
ENBLAD, G., KARLSSON, H. & LOSKOG, A. S. 2015. CAR T-Cell Therapy: The Role of Physical Barriers and
Immunosuppression in Lymphoma. Hum Gene Ther, 26, 498-505.
EYQUEM, J., MANSILLA-SOTO, J., GIAVRIDIS, T., VAN DER STEGEN, S. J. C., HAMIEH, M., CUNANAN,
K. M., ODAK, A., GOENEN, M. & SADELAIN, M. 2017. Targeting a CAR to the TRAC locus with
CRISPR/Cas9 enhances tumour rejection. Nature, 543, 113-+.
FENG, C., WANG, X., SHI, H., YAN, Q., ZHENG, M., LI, J., ZHANG, Q., QIN, Y., ZHONG, Y., MI, J. & LAI, L.
2018. Generation of ApoE deficient dogs via combination of embryo injection of CRISPR/Cas9 with somatic
cell nuclear transfer. J Genet Genomics, 45, 47-50.
FERRARI, G., ROSSINI, S., GIAVAZZI, R., MAGGIONI, D., NOBILI, N., SOLDATI, M., UNGERS, G.,
MAVILIO, F., GILBOA, E. & BORDIGNON, C. 1991. An in vivo model of somatic cell gene therapy for
human severe combined immunodeficiency. Science, 251, 1363-6.
FINKELSHTEIN, D., WERMAN, A., NOVICK, D., BARAK, S. & RUBINSTEIN, M. 2013. LDL receptor and its
family members serve as the cellular receptors for vesicular stomatitis virus. Proc Natl Acad Sci U S A, 110,
7306-11.
FIRDOVA, Z., TURNOVA, E., BIELIKOVA, M., TURNA, J. & DUDAS, A. 2016. The prevalence of
ABCB1:c.227_230delATAG mutation in affected dog breeds from European countries. Res Vet Sci, 106, 8992.
FORMAN, O. P., DE RISIO, L. & MELLERSH, C. S. 2013. Missense mutation in CAPN1 is associated with
spinocerebellar ataxia in the Parson Russell Terrier dog breed. PLoS One, 8, e64627.
FRANGOUL, H., ALTSHULER, D., CAPPELLINI, M. D., CHEN, Y. S., DOMM, J., EUSTACE, B. K., FOELL, J.,
DE LA FUENTE, J., GRUPP, S., HANDGRETINGER, R., HO, T. W., KATTAMIS, A., KERNYTSKY,
A., LEKSTROM-HIMES, J., LI, A. M., LOCATELLI, F., MAPARA, M. Y., DE MONTALEMBERT, M.,
RONDELLI, D., SHARMA, A., SHETH, S., SONI, S., STEINBERG, M. H., WALL, D., YEN, A. &
CORBACIOGLU, S. 2021. CRISPR-Cas9 Gene Editing for Sickle Cell Disease and beta-Thalassemia. N
Engl J Med, 384, 252-260.
FRIEDMANN, T. & ROBLIN, R. 1972. Gene therapy for human genetic disease? Science, 175, 949-55.
GAJEWSKI, J. L., LEMAISTRE, C. F., SILVER, S. M., LILL, M. C., SELBY, G. B., HOROWITZ, M. M., RIZZO,
J. D., HESLOP, H. E., ANASETTI, C. & MAZIARZ, R. T. 2009. Impending challenges in the hematopoietic
stem cell transplantation physician workforce. Biol Blood Marrow Transplant, 15, 1493-501.
GARGETT, T., YU, W., DOTTI, G., YVON, E. S., CHRISTO, S. N., HAYBALL, J. D., LEWIS, I. D., BRENNER,
M. K. & BROWN, M. P. 2016. GD2-specific CAR T Cells Undergo Potent Activation and Deletion
Following Antigen Encounter but can be Protected From Activation-induced Cell Death by PD-1 Blockade.
Mol Ther, 24, 1135-1149.

29

Preprints (www.preprints.org) | NOT PEER-REVIEWED | Posted: 17 May 2021

doi:10.20944/preprints202105.0376.v1

GAUDELLI, N. M., KOMOR, A. C., REES, H. A., PACKER, M. S., BADRAN, A. H., BRYSON, D. I. & LIU, D.
R. 2017. Programmable base editing of A*T to G*C in genomic DNA without DNA cleavage. Nature, 551,
464-471.
GEYER, J. & JANKO, C. 2012. Treatment of MDR1 mutant dogs with macrocyclic lactones. Curr Pharm Biotechnol,
13, 969-86.
GIAVRIDIS, T., VAN DER STEGEN, S. J. C., EYQUEM, J., HAMIEH, M., PIERSIGILLI, A. & SADELAIN, M.
2018. CAR T cell-induced cytokine release syndrome is mediated by macrophages and abated by IL-1
blockade. Nat Med, 24, 731-738.
GOPALAKRISHNAN, V., SPENCER, C. N., NEZI, L., REUBEN, A., ANDREWS, M. C., KARPINETS, T. V.,
PRIETO, P. A., VICENTE, D., HOFFMAN, K., WEI, S. C., COGDILL, A. P., ZHAO, L., HUDGENS, C.
W., HUTCHINSON, D. S., MANZO, T., PETACCIA DE MACEDO, M., COTECHINI, T., KUMAR, T.,
CHEN, W. S., REDDY, S. M., SZCZEPANIAK SLOANE, R., GALLOWAY-PENA, J., JIANG, H., CHEN,
P. L., SHPALL, E. J., REZVANI, K., ALOUSI, A. M., CHEMALY, R. F., SHELBURNE, S., VENCE, L.
M., OKHUYSEN, P. C., JENSEN, V. B., SWENNES, A. G., MCALLISTER, F., MARCELO RIQUELME
SANCHEZ, E., ZHANG, Y., LE CHATELIER, E., ZITVOGEL, L., PONS, N., AUSTIN-BRENEMAN, J.
L., HAYDU, L. E., BURTON, E. M., GARDNER, J. M., SIRMANS, E., HU, J., LAZAR, A. J.,
TSUJIKAWA, T., DIAB, A., TAWBI, H., GLITZA, I. C., HWU, W. J., PATEL, S. P., WOODMAN, S. E.,
AMARIA, R. N., DAVIES, M. A., GERSHENWALD, J. E., HWU, P., LEE, J. E., ZHANG, J., COUSSENS,
L. M., COOPER, Z. A., FUTREAL, P. A., DANIEL, C. R., AJAMI, N. J., PETROSINO, J. F., TETZLAFF,
M. T., SHARMA, P., ALLISON, J. P., JENQ, R. R. & WARGO, J. A. 2018. Gut microbiome modulates
response to anti-PD-1 immunotherapy in melanoma patients. Science, 359, 97-103.
GORDON, I., PAOLONI, M., MAZCKO, C. & KHANNA, C. 2009. The Comparative Oncology Trials Consortium:
Using Spontaneously Occurring Cancers in Dogs to Inform the Cancer Drug Development Pathway. Plos
Medicine, 6.
GRAVES, S. S., HOGAN, W., KUHR, C. S., DIACONESCU, R., HARKEY, M. A., GEORGES, G. E., SALE, G.
E., ZELLMER, E., BARAN, S. W., JOCHUM, C., STONE, B. & STORB, R. 2007. Stable trichimerism after
marrow grafting from 2 DLA-identical canine donors and nonmyeloablative conditioning. Blood, 110, 41823.
HERRANZ, C., FERNANDEZ, F., MARTIN-IBANEZ, R., BLASCO, E., CRESPO, E., DE LA FUENTE, C.,
ANOR, S., RABANAL, R. M., CANALS, J. M. & PUMAROLA, M. 2016. Spontaneously Arising Canine
Glioma as a Potential Model for Human Glioma. J Comp Pathol, 154, 169-79.
HISANO, Y., SAKUMA, T., NAKADE, S., OHGA, R., OTA, S., OKAMOTO, H., YAMAMOTO, T. &
KAWAHARA, A. 2015. Precise in-frame integration of exogenous DNA mediated by CRISPR/Cas9 system
in zebrafish. Sci Rep, 5, 8841.
HOLLYMAN, D., STEFANSKI, J., PRZYBYLOWSKI, M., BARTIDO, S., BORQUEZ-OJEDA, O., TAYLOR, C.,
YEH, R., CAPACIO, V., OLSZEWSKA, M., HOSEY, J., SADELAIN, M., BRENTJENS, R. J. & RIVIERE,
I. 2009. Manufacturing validation of biologically functional T cells targeted to CD19 antigen for autologous
adoptive cell therapy. J Immunother, 32, 169-80.
HOLZAPFEL, B. M., WAGNER, F., THIBAUDEAU, L., LEVESQUE, J. P. & HUTMACHER, D. W. 2015. Concise
review: humanized models of tumor immunology in the 21st century: convergence of cancer research and
tissue engineering. Stem Cells, 33, 1696-704.
HUCKS, G. & RHEINGOLD, S. R. 2019. The journey to CAR T cell therapy: the pediatric and young adult experience
with relapsed or refractory B-ALL. Blood Cancer J, 9, 10.
HYTONEN, M. K., ARUMILLI, M., SARKIALA, E., NIEMINEN, P. & LOHI, H. 2019. Canine models of human
amelogenesis imperfecta: identification of novel recessive ENAM and ACP4 variants. Hum Genet, 138, 525533.
IHRY, R. J., WORRINGER, K. A., SALICK, M. R., FRIAS, E., HO, D., THERIAULT, K., KOMMINENI, S., CHEN,
J., SONDEY, M., YE, C., RANDHAWA, R., KULKARNI, T., YANG, Z., MCALLISTER, G., RUSS, C.,
REECE-HOYES, J., FORRESTER, W., HOFFMAN, G. R., DOLMETSCH, R. & KAYKAS, A. 2018. p53
inhibits CRISPR-Cas9 engineering in human pluripotent stem cells. Nat Med, 24, 939-946.
IYER, S., SURESH, S., GUO, D., DAMAN, K., CHEN, J. C. J., LIU, P., ZIEGER, M., LUK, K., ROSCOE, B. P.,
MUELLER, C., KING, O. D., EMERSON, C. P., JR. & WOLFE, S. A. 2019. Precise therapeutic gene
correction by a simple nuclease-induced double-stranded break. Nature, 568, 561-565.
JASIN, M. & ROTHSTEIN, R. 2013. Repair of Strand Breaks by Homologous Recombination. Cold Spring Harbor
Perspectives in Biology, 5.

30

Preprints (www.preprints.org) | NOT PEER-REVIEWED | Posted: 17 May 2021

doi:10.20944/preprints202105.0376.v1

JINEK, M., CHYLINSKI, K., FONFARA, I., HAUER, M., DOUDNA, J. A. & CHARPENTIER, E. 2012. A
programmable dual-RNA-guided DNA endonuclease in adaptive bacterial immunity. Science, 337, 816-21.
JOUNG, J. K. & SANDER, J. D. 2013. TALENs: a widely applicable technology for targeted genome editing. Nat
Rev Mol Cell Biol, 14, 49-55.
JUNG, I. Y. & LEE, J. 2018. Unleashing the Therapeutic Potential of CAR-T Cell Therapy Using Gene-Editing
Technologies. Mol Cells, 41, 717-723.
KIRKNESS, E. F., BAFNA, V., HALPERN, A. L., LEVY, S., REMINGTON, K., RUSCH, D. B., DELCHER, A. L.,
POP, M., WANG, W., FRASER, C. M. & VENTER, J. C. 2003. The dog genome: survey sequencing and
comparative analysis. Science, 301, 1898-903.
KLOSS, C. C., CONDOMINES, M., CARTELLIERI, M., BACHMANN, M. & SADELAIN, M. 2013. Combinatorial
antigen recognition with balanced signaling promotes selective tumor eradication by engineered T cells. Nat
Biotechnol, 31, 71-5.
KOMOR, A. C., KIM, Y. B., PACKER, M. S., ZURIS, J. A. & LIU, D. R. 2016. Programmable editing of a target
base in genomic DNA without double-stranded DNA cleavage. Nature, 533, 420-4.
KOSICKI, M., TOMBERG, K. & BRADLEY, A. 2018. Repair of double-strand breaks induced by CRISPR-Cas9
leads to large deletions and complex rearrangements. Nat Biotechnol, 36, 765-771.
KUCHTEY, J., KUNKEL, J., ESSON, D., SAPIENZA, J. S., WARD, D. A., PLUMMER, C. E., GELATT, K. N. &
KUCHTEY, R. W. 2013. Screening ADAMTS10 in dog populations supports Gly661Arg as the glaucomacausing variant in beagles. Invest Ophthalmol Vis Sci, 54, 1881-6.
KUEBERUWA, G., ZHENG, W., KALAITSIDOU, M., GILHAM, D. E. & HAWKINS, R. E. 2018. A Syngeneic
Mouse B-Cell Lymphoma Model for Pre-Clinical Evaluation of CD19 CAR T Cells. J Vis Exp.
KUMAR, B. V., CONNORS, T. J. & FARBER, D. L. 2018. Human T Cell Development, Localization, and Function
throughout Life. Immunity, 48, 202-213.
KUNKELE, A., TARASEVICIUTE, A., FINN, L. S., JOHNSON, A. J., BERGER, C., FINNEY, O., CHANG, C. A.,
ROLCZYNSKI, L. S., BROWN, C., MGEBROFF, S., BERGER, M., PARK, J. R. & JENSEN, M. C. 2017.
Preclinical Assessment of CD171-Directed CAR T-cell Adoptive Therapy for Childhood Neuroblastoma:
CE7 Epitope Target Safety and Product Manufacturing Feasibility. Clin Cancer Res, 23, 466-477.
LEHRMAN, S. 1999. Virus treatment questioned after gene therapy death. Nature, 401, 517-8.
LEMEE, F., BERGOGLIO, V., FERNANDEZ-VIDAL, A., MACHADO-SILVA, A., PILLAIRE, M. J., BIETH, A.,
GENTIL, C., BAKER, L., MARTIN, A. L., LEDUC, C., LAM, E., MAGDELEINE, E., FILLERON, T.,
OUMOUHOU, N., KAINA, B., SEKI, M., GRIMAL, F., LACROIX-TRIKI, M., THOMPSON, A., ROCHE,
H., BOURDON, J. C., WOOD, R. D., HOFFMANN, J. S. & CAZAUX, C. 2010. DNA polymerase theta upregulation is associated with poor survival in breast cancer, perturbs DNA replication, and promotes genetic
instability. Proc Natl Acad Sci U S A, 107, 13390-5.
MA, C. C., WANG, Z. L., XU, T., HE, Z. Y. & WEI, Y. Q. 2020. The approved gene therapy drugs worldwide: from
1998 to 2019. Biotechnol Adv, 40, 107502.
MACLEOD, D. T., ANTONY, J., MARTIN, A. J., MOSER, R. J., HEKELE, A., WETZEL, K. J., BROWN, A. E.,
TRIGGIANO, M. A., HUX, J. A., PHAM, C. D., BARTSEVICH, V. V., TURNER, C. A., LAPE, J.,
KIRKLAND, S., BEARD, C. W., SMITH, J., HIRSCH, M. L., NICHOLSON, M. G., JANTZ, D. &
MCCREEDY, B. 2017. Integration of a CD19 CAR into the. TCR Alpha Chain Locus Streamlines
Production of Allogeneic Gene-Edited CAR T Cells. Molecular Therapy, 25, 949-961.
MAHER, J., BRENTJENS, R. J., GUNSET, G., RIVIERE, I. & SADELAIN, M. 2002. Human T-lymphocyte
cytotoxicity and proliferation directed by a single chimeric TCRzeta /CD28 receptor. Nat Biotechnol, 20, 705.
MAJZNER, R. G. & MACKALL, C. L. 2018. Tumor Antigen Escape from CAR T-cell Therapy. Cancer Discov, 8,
1219-1226.
MARTINEZ-GALVEZ, G., JOSHI, P., FRIEDBERG, I., MANDUCA, A. & EKKER, S. C. 2021. Deploying MMEJ
using MENdel in precision gene editing applications for gene therapy and functional genomics. Nucleic Acids
Res, 49, 67-78.
MATA LOPEZ, S., BALOG-ALVAREZ, C., VITHA, S., BETTIS, A. K., CANESSA, E. H., KORNEGAY, J. N. &
NGHIEM, P. P. 2020. Challenges associated with homologous directed repair using CRISPR-Cas9 and
TALEN to edit the DMD genetic mutation in canine Duchenne muscular dystrophy. PLoS One, 15,
e0228072.
MAUDE, S. L., LAETSCH, T. W., BUECHNER, J., RIVES, S., BOYER, M., BITTENCOURT, H., BADER, P.,
VERNERIS, M. R., STEFANSKI, H. E., MYERS, G. D., QAYED, M., DE MOERLOOSE, B.,
HIRAMATSU, H., SCHLIS, K., DAVIS, K. L., MARTIN, P. L., NEMECEK, E. R., YANIK, G. A.,

31

Preprints (www.preprints.org) | NOT PEER-REVIEWED | Posted: 17 May 2021

doi:10.20944/preprints202105.0376.v1

PETERS, C., BARUCHEL, A., BOISSEL, N., MECHINAUD, F., BALDUZZI, A., KRUEGER, J., JUNE,
C. H., LEVINE, B. L., WOOD, P., TARAN, T., LEUNG, M., MUELLER, K. T., ZHANG, Y., SEN, K.,
LEBWOHL, D., PULSIPHER, M. A. & GRUPP, S. A. 2018. Tisagenlecleucel in Children and Young Adults
with B-Cell Lymphoblastic Leukemia. N Engl J Med, 378, 439-448.
MAUS, M. V., HAAS, A. R., BEATTY, G. L., ALBELDA, S. M., LEVINE, B. L., LIU, X., ZHAO, Y., KALOS, M.
& JUNE, C. H. 2013. T cells expressing chimeric antigen receptors can cause anaphylaxis in humans. Cancer
Immunol Res, 1, 26-31.
MCGOWAN, E., LIN, Q., MA, G., YIN, H., CHEN, S. & LIN, Y. 2020. PD-1 disrupted CAR-T cells in the treatment
of solid tumors: Promises and challenges. Biomed Pharmacother, 121, 109625.
MELLERSH, C. S. 2014. The genetics of eye disorders in the dog. Canine Genet Epidemiol, 1, 3.
MEURS, K. M., FRIEDENBERG, S. G., KOLB, J., SARIPALLI, C., TONINO, P., WOODRUFF, K., OLBY, N. J.,
KEENE, B. W., ADIN, D. B., YOST, O. L., DEFRANCESCO, T. C., LAHMERS, S., TOU, S., SHELTON,
G. D. & GRANZIER, H. 2019. A missense variant in the titin gene in Doberman pinscher dogs with familial
dilated cardiomyopathy and sudden cardiac death. Hum Genet, 138, 515-524.
MIDOUX, P., PICHON, C., YAOUANC, J. J. & JAFFRES, P. A. 2009. Chemical vectors for gene delivery: a current
review on polymers, peptides and lipids containing histidine or imidazole as nucleic acids carriers. Br J
Pharmacol, 157, 166-78.
MIGLIORINI, D., MASON, N. J. & POSEY, A. D. 2018. Keeping the Engine Running: The Relevance and Predictive
Value of Preclinical Models for CAR-T Cell Development. ILAR J, 59, 276-285.
MOCHEL, J. P., EKKER, S. C., JOHANNES, C. M., JERGENS, A. E., ALLENSPACH, K., BOURGOIS-MOCHEL,
A., KNOUSE, M., BENZEKRY, S., WIERSON, W., LEBLANC, A. K. & KENDERIAN, S. S. 2019. CAR
T Cell Immunotherapy in Human and Veterinary Oncology: Changing the Odds Against Hematological
Malignancies. Aaps Journal, 21.
MOSCOU, M. J. & BOGDANOVE, A. J. 2009. A simple cipher governs DNA recognition by TAL effectors. Science,
326, 1501.
MUKHOPADHYAY, M. 2020. Macrophages enter CAR immunotherapy. Nat Methods, 17, 561.
MURPHY, B. G., WOLF, T., VOGEL, H., CASTILLO, D. & WOOLARD, K. 2020. An RNA-Directed Gene Editing
Strategy for Attenuating the Infectious Potential of Feline Immunodeficiency Virus-Infected Cells: A Proof
of Concept. Viruses, 12.
NEELAPU, S. S., LOCKE, F. L., BARTLETT, N. L., LEKAKIS, L. J., MIKLOS, D. B., JACOBSON, C. A.,
BRAUNSCHWEIG, I., OLUWOLE, O. O., SIDDIQI, T., LIN, Y., TIMMERMAN, J. M., STIFF, P. J.,
FRIEDBERG, J. W., FLINN, I. W., GOY, A., HILL, B. T., SMITH, M. R., DEOL, A., FAROOQ, U.,
MCSWEENEY, P., MUNOZ, J., AVIVI, I., CASTRO, J. E., WESTIN, J. R., CHAVEZ, J. C., GHOBADI,
A., KOMANDURI, K. V., LEVY, R., JACOBSEN, E. D., WITZIG, T. E., REAGAN, P., BOT, A., ROSSI,
J., NAVALE, L., JIANG, Y., AYCOCK, J., ELIAS, M., CHANG, D., WIEZOREK, J. & GO, W. Y. 2017.
Axicabtagene Ciloleucel CAR T-Cell Therapy in Refractory Large B-Cell Lymphoma. New England Journal
of Medicine, 377, 2531-2544.
NIGRO, V. & SAVARESE, M. 2014. Genetic basis of limb-girdle muscular dystrophies: the 2014 update. Acta Myol,
33, 1-12.
O'CONNOR, C. M., SHEPPARD, S., HARTLINE, C. A., HULS, H., JOHNSON, M., PALLA, S. L., MAITI, S., MA,
W. C., DAVIS, R. E., CRAIG, S., LEE, D. A., CHAMPLIN, R., WILSON, H. & COOPER, L. J. N. 2012.
Adoptive T-cell therapy improves treatment of canine non-Hodgkin lymphoma post chemotherapy. Scientific
Reports, 2.
O'CONNOR, C. M. & WILSON-ROBLES, H. 2014. Developing T Cell Cancer Immunotherapy in the Dog with
Lymphoma. Ilar Journal, 55, 169-181.
O'ROURKE, D. M., NASRALLAH, M. P., DESAI, A., MELENHORST, J. J., MANSFIELD, K., MORRISSETTE,
J. J. D., MARTINEZ-LAGE, M., BREM, S., MALONEY, E., SHEN, A., ISAACS, R., MOHAN, S., PLESA,
G., LACEY, S. F., NAVENOT, J. M., ZHENG, Z., LEVINE, B. L., OKADA, H., JUNE, C. H., BROGDON,
J. L. & MAUS, M. V. 2017. A single dose of peripherally infused EGFRvIII-directed CAR T cells mediates
antigen loss and induces adaptive resistance in patients with recurrent glioblastoma. Sci Transl Med, 9.
OSTRANDER, E. A., WANG, G. D., LARSON, G., VONHOLDT, B. M., DAVIS, B. W., JAGANNATHAN, V.,
HITTE, C., WAYNE, R. K., ZHANG, Y. P. & DOG, K. C. 2019. Dog10K: an international sequencing effort
to advance studies of canine domestication, phenotypes and health. Natl Sci Rev, 6, 810-824.
PANJWANI, M. K., ATHERTON, M. J., MALONEYHUSS, M. A., HARAN, K. P., XIONG, A., GUPTA, M.,
KULIKOVSAYA, I., LACEY, S. F. & MASON, N. J. 2020. Establishing a model system for evaluating

32

Preprints (www.preprints.org) | NOT PEER-REVIEWED | Posted: 17 May 2021

doi:10.20944/preprints202105.0376.v1

CAR T cell therapy using dogs with spontaneous diffuse large B cell lymphoma. Oncoimmunology, 9,
1676615.
PANJWANI, M. K., SMITH, J. B., SCHUTSKY, K., GNANANDARAJAH, J., O'CONNOR, C. M., POWELL, D.
J., JR. & MASON, N. J. 2016. Feasibility and Safety of RNA-transfected CD20-specific Chimeric Antigen
Receptor T Cells in Dogs with Spontaneous B Cell Lymphoma. Molecular Therapy, 24, 1602-1614.
PANSE, J. P., BASTIANELLI, C., SANTOS, E. B., SCHWARZINGER, I., RAFF, R. F., STORB, R. &
SANDMAIER, B. M. 2003. Dog leukocyte antigen nonidentical unrelated canine marrow grafts:
enhancement of engraftment by CD4 and CD8 T cells. Transplantation, 76, 474-80.
PAOLONI, M. & KHANNA, C. 2008. Translation of new cancer treatments from pet dogs to humans. Nat Rev
Cancer, 8, 147-56.
PARK, J. H., RIVIERE, I., GONEN, M., WANG, X., SENECHAL, B., CURRAN, K. J., SAUTER, C., WANG, Y.,
SANTOMASSO, B., MEAD, E., ROSHAL, M., MASLAK, P., DAVILA, M., BRENTJENS, R. J. &
SADELAIN, M. 2018. Long-Term Follow-up of CD19 CAR Therapy in Acute Lymphoblastic Leukemia. N
Engl J Med, 378, 449-459.
PEGRAM, H. J., LEE, J. C., HAYMAN, E. G., IMPERATO, G. H., TEDDER, T. F., SADELAIN, M. &
BRENTJENS, R. J. 2012. Tumor-targeted T cells modified to secrete IL-12 eradicate systemic tumors
without need for prior conditioning. Blood, 119, 4133-41.
PEPIN, B. 2014. Survey of Canine Monogenetic Diseases
with Established Molecular Bases. Austin J Vet Sci & Anim Husb, 1(1).
PEYVANDI, F. & GARAGIOLA, I. 2019. Clinical advances in gene therapy updates on clinical trials of gene therapy
in haemophilia. Haemophilia, 25, 738-746.
PHILIPSON, L. & PETTERSSON, R. F. 2004. The coxsackie-adenovirus receptor--a new receptor in the
immunoglobulin family involved in cell adhesion. Curr Top Microbiol Immunol, 273, 87-111.
PINZON-ARTEAGA, C., SNYDER, M. D., LAZZAROTTO, C. R., MORENO, N. F., JURAS, R., RAUDSEPP, T.,
GOLDING, M. C., VARNER, D. D. & LONG, C. R. 2020. Efficient correction of a deleterious point
mutation in primary horse fibroblasts with CRISPR-Cas9. Sci Rep, 10, 7411.
POIROT, L., PHILIP, B., SCHIFFER-MANNIOUI, C., LE CLERRE, D., CHION-SOTINEL, I., DERNIAME, S.,
POTREL, P., BAS, C., LEMAIRE, L., GALETTO, R., LEBUHOTEL, C., EYQUEM, J., CHEUNG, G. W.K., DUCLERT, A., GOUBLE, A., ARNOULD, S., PEGGS, K., PULE, M., SCHARENBERG, A. M. &
SMITH, J. 2015. Multiplex Genome-Edited T-cell Manufacturing Platform for "Off-the-Shelf" Adoptive Tcell Immunotherapies. Cancer Research, 75, 3853-3864.
POMBO, A., FERREIRA, J., BRIDGE, E. & CARMO-FONSECA, M. 1994. Adenovirus replication and transcription
sites are spatially separated in the nucleus of infected cells. EMBO J, 13, 5075-85.
PORTO, E. M., KOMOR, A. C., SLAYMAKER, I. M. & YEO, G. W. 2020. Base editing: advances and therapeutic
opportunities. Nat Rev Drug Discov, 19, 839-859.
QASIM, W., ZHAN, H., SAMARASINGHE, S., ADAMS, S., AMROLIA, P., STAFFORD, S., BUTLER, K.,
RIVAT, C., WRIGHT, G., SOMANA, K., GHORASHIAN, S., PINNER, D., AHSAN, G., GILMOUR, K.,
LUCCHINI, G., INGLOTT, S., MIFSUD, W., CHIESA, R., PEGGS, K. S., CHAN, L., FARZENEH, F.,
THRASHER, A. J., VORA, A., PULE, M. & VEYS, P. 2017. Molecular remission of infant B-ALL after
infusion of universal TALEN gene-edited CAR T cells. Sci Transl Med, 9.
QING, K., MAH, C., HANSEN, J., ZHOU, S., DWARKI, V. & SRIVASTAVA, A. 1999. Human fibroblast growth
factor receptor 1 is a co-receptor for infection by adeno-associated virus 2. Nat Med, 5, 71-7.
RAMAMOORTH, M. & NARVEKAR, A. 2015. Non viral vectors in gene therapy- an overview. J Clin Diagn Res,
9, GE01-6.
RICHARDS, K. L., MOTSINGER-REIF, A. A., CHEN, H. W., FEDORIW, Y., FAN, C., NIELSEN, D. M., SMALL,
G. W., THOMAS, R., SMITH, C., DAVE, S. S., PEROU, C. M., BREEN, M., BORST, L. B. & SUTER, S.
E. 2013. Gene profiling of canine B-cell lymphoma reveals germinal center and postgerminal center subtypes
with different survival times, modeling human DLBCL. Cancer Res, 73, 5029-39.
ROTH, T. L., PUIG-SAUS, C., YU, R., SHIFRUT, E., CARNEVALE, J., LI, P. J., HIATT, J., SACO, J.,
KRYSTOFINSKI, P., LI, H., TOBIN, V., NGUYEN, D. N., LEE, M. R., PUTNAM, A. L., FERRIS, A. L.,
CHEN, J. W., SCHICKEL, J. N., PELLERIN, L., CARMODY, D., ALKORTA-ARANBURU, G., DEL
GAUDIO, D., MATSUMOTO, H., MORELL, M., MAO, Y., CHO, M., QUADROS, R. M.,
GURUMURTHY, C. B., SMITH, B., HAUGWITZ, M., HUGHES, S. H., WEISSMAN, J. S., SCHUMANN,
K., ESENSTEN, J. H., MAY, A. P., ASHWORTH, A., KUPFER, G. M., GREELEY, S. A. W.,
BACCHETTA, R., MEFFRE, E., RONCAROLO, M. G., ROMBERG, N., HEROLD, K. C., RIBAS, A.,

33

Preprints (www.preprints.org) | NOT PEER-REVIEWED | Posted: 17 May 2021

doi:10.20944/preprints202105.0376.v1

LEONETTI, M. D. & MARSON, A. 2018. Reprogramming human T cell function and specificity with nonviral genome targeting. Nature, 559, 405-409.
ROUET, P., SMIH, F. & JASIN, M. 1994. Expression of a site-specific endonuclease stimulates homologous
recombination in mammalian cells. Proc Natl Acad Sci U S A, 91, 6064-8.
RUELLA, M., KENDERIAN, S. S., SHESTOVA, O., FRAIETTA, J. A., QAYYUM, S., ZHANG, Q., MAUS, M.
V., LIU, X., NUNEZ-CRUZ, S., KLICHINSKY, M., KAWALEKAR, O. U., MILONE, M., LACEY, S. F.,
MATO, A., SCHUSTER, S. J., KALOS, M., JUNE, C. H., GILL, S. & WASIK, M. A. 2016. The Addition
of the BTK Inhibitor Ibrutinib to Anti-CD19 Chimeric Antigen Receptor T Cells (CART19) Improves
Responses against Mantle Cell Lymphoma. Clin Cancer Res, 22, 2684-96.
SACHDEVA, M., BUSSER, B. W., TEMBURNI, S., JAHANGIRI, B., GAUTRON, A. S., MARECHAL, A.,
JUILLERAT, A., WILLIAMS, A., DEPIL, S., DUCHATEAU, P., POIROT, L. & VALTON, J. 2019.
Repurposing endogenous immune pathways to tailor and control chimeric antigen receptor T cell
functionality. Nat Commun, 10, 5100.
SAKAI, O., IGASE, M. & MIZUNO, T. 2020. Optimization of canine CD20 chimeric antigen receptor T cell
manufacturing and in vitro cytotoxic activity against B-cell lymphoma. Vet Comp Oncol, 18, 739-752.
SCHIMMER, J. & BREAZZANO, S. 2015. Investor Outlook: Significance of the Positive LCA2 Gene Therapy Phase
III Results. Hum Gene Ther Clin Dev, 26, 208-10.
SCHNEIDER, B., BALBAS-MARTINEZ, V., JERGENS, A. E., TROCONIZ, I. F., ALLENSPACH, K. &
MOCHEL, J. P. 2018. Model-Based Reverse Translation Between Veterinary and Human Medicine: The
One Health Initiative. CPT Pharmacometrics Syst Pharmacol, 7, 65-68.
SHAFFER, L. G. 2019. Special issue on canine genetics: animal models for human disease and gene therapies, new
discoveries for canine inherited diseases, and standards and guidelines for clinical genetic testing for domestic
dogs. Hum Genet, 138, 437-440.
SHAHRYARI, A., SAGHAEIAN JAZI, M., MOHAMMADI, S., RAZAVI NIKOO, H., NAZARI, Z., HOSSEINI,
E. S., BURTSCHER, I., MOWLA, S. J. & LICKERT, H. 2019. Development and Clinical Translation of
Approved Gene Therapy Products for Genetic Disorders. Front Genet, 10, 868.
SHIMOTOHNO, K. & TEMIN, H. M. 1981. Formation of infectious progeny virus after insertion of herpes simplex
thymidine kinase gene into DNA of an avian retrovirus. Cell, 26, 67-77.
SHIN, J., CHEN, J. & SOLNICA-KREZEL, L. 2014. Efficient homologous recombination-mediated genome
engineering in zebrafish using TALE nucleases. Development, 141, 3807-18.
SIEGLER, E., LI, S., KIM, Y. J. & WANG, P. 2017. Designed Ankyrin Repeat Proteins as Her2 Targeting Domains
in Chimeric Antigen Receptor-Engineered T Cells. Hum Gene Ther, 28, 726-736.
STEIN, C. A. & CASTANOTTO, D. 2017. FDA-Approved Oligonucleotide Therapies in 2017. Mol Ther, 25, 10691075.
STERNER, R. M., SAKEMURA, R., COX, M. J., YANG, N., KHADKA, R. H., FORSMAN, C. L., HANSEN, M.
J., JIN, F., AYASOUFI, K., HEFAZI, M., SCHICK, K. J., WALTERS, D. K., AHMED, O., CHAPPELL,
D., SAHMOUD, T., DURRANT, C., NEVALA, W. K., PATNAIK, M. M., PEASE, L. R., HEDIN, K. E.,
KAY, N. E., JOHNSON, A. J. & KENDERIAN, S. S. 2019. GM-CSF inhibition reduces cytokine release
syndrome and neuroinflammation but enhances CAR-T cell function in xenografts. Blood, 133, 697-709.
SUMMERFORD, C., BARTLETT, J. S. & SAMULSKI, R. J. 1999. AlphaVbeta5 integrin: a co-receptor for adenoassociated virus type 2 infection. Nat Med, 5, 78-82.
SUMMERFORD, C. & SAMULSKI, R. J. 1998. Membrane-associated heparan sulfate proteoglycan is a receptor for
adeno-associated virus type 2 virions. J Virol, 72, 1438-45.
SWITONSKI, M. 2020. Impact of gene therapy for canine monogenic diseases on the progress of preclinical studies.
J Appl Genet, 61, 179-186.
TEBAS, P., STEIN, D., TANG, W. W., FRANK, I., WANG, S. Q., LEE, G., SPRATT, S. K., SUROSKY, R. T.,
GIEDLIN, M. A., NICHOL, G., HOLMES, M. C., GREGORY, P. D., ANDO, D. G., KALOS, M.,
COLLMAN, R. G., BINDER-SCHOLL, G., PLESA, G., HWANG, W. T., LEVINE, B. L. & JUNE, C. H.
2014. Gene editing of CCR5 in autologous CD4 T cells of persons infected with HIV. N Engl J Med, 370,
901-10.
TESTA, F., MAGUIRE, A. M., ROSSI, S., PIERCE, E. A., MELILLO, P., MARSHALL, K., BANFI, S., SURACE,
E. M., SUN, J., ACERRA, C., WRIGHT, J. F., WELLMAN, J., HIGH, K. A., AURICCHIO, A., BENNETT,
J. & SIMONELLI, F. 2013. Three-year follow-up after unilateral subretinal delivery of adeno-associated
virus in patients with Leber congenital Amaurosis type 2. Ophthalmology, 120, 1283-91.
THAMM, D. H. 2019. Canine Cancer: Strategies in Experimental Therapeutics. Front Oncol, 9, 1257.

34

Preprints (www.preprints.org) | NOT PEER-REVIEWED | Posted: 17 May 2021

doi:10.20944/preprints202105.0376.v1

THOMAS, K. R. & CAPECCHI, M. R. 1987. Site-directed mutagenesis by gene targeting in mouse embryo-derived
stem cells. Cell, 51, 503-12.
TING-DE RAVIN, S. S., KENNEDY, D. R., NAUMANN, N., KENNEDY, J. S., CHOI, U., HARTNETT, B. J.,
LINTON, G. F., WHITING-THEOBALD, N. L., MOORE, P. F., VERNAU, W., MALECH, H. L. &
FELSBURG, P. J. 2006. Correction of canine X-linked severe combined immunodeficiency by in vivo
retroviral gene therapy. Blood, 107, 3091-7.
VANNUCCI, L., LAI, M., CHIUPPESI, F., CECCHERINI-NELLI, L. & PISTELLO, M. 2013. Viral vectors: a look
back and ahead on gene transfer technology. New Microbiol, 36, 1-22.
VERMA, I. M. & WEITZMAN, M. D. 2005. Gene therapy: twenty-first century medicine. Annu Rev Biochem, 74,
711-38.
VISONNEAU, S., CESANO, A., JEGLUM, K. A. & SANTOLI, D. 1999. Adjuvant treatment of canine osteosarcoma
with the human cytotoxic T-cell line TALL-104. Clinical Cancer Research, 5, 1868-1875.
VISONNEAU, S., CESANO, A., TRAN, T., JEGLUM, K. A. & SANTOLI, D. 1997. Successful treatment of canine
malignant histiocytosis with the human major histocompatibility complex nonrestricted cytotoxic T-cell line
TALL-104. Clinical Cancer Research, 3, 1789-1797.
WANG, M., MUNOZ, J., GOY, A., LOCKE, F. L., JACOBSON, C. A., HILL, B. T., TIMMERMAN, J. M.,
HOLMES, H., JAGLOWSKI, S., FLINN, I. W., MCSWEENEY, P. A., MIKLOS, D. B., PAGEL, J. M.,
KERSTEN, M. J., MILPIED, N., FUNG, H., TOPP, M. S., HOUOT, R., BEITINJANEH, A., PENG, W.,
ZHENG, L., ROSSI, J. M., JAIN, R. K., RAO, A. V. & REAGAN, P. M. 2020. KTE-X19 CAR T-Cell
Therapy in Relapsed or Refractory Mantle-Cell Lymphoma. N Engl J Med, 382, 1331-1342.
WAREJONCAS, Z., CAMPBELL, J. M., MARTINEZ-GALVEZ, G., GENDRON, W. A. C., BARRY, M. A.,
HARRIS, P. C., SUSSMAN, C. R. & EKKER, S. C. 2018. Precision gene editing technology and applications
in nephrology. Nat Rev Nephrol, 14, 663-677.
WESTRA, E. R. & LEVIN, B. R. 2020. It is unclear how important CRISPR-Cas systems are for protecting natural
populations of bacteria against infections by mobile genetic elements. Proc Natl Acad Sci U S A, 117, 2777727785.
WICKHAM, T. J., MATHIAS, P., CHERESH, D. A. & NEMEROW, G. R. 1993. Integrins alpha v beta 3 and alpha
v beta 5 promote adenovirus internalization but not virus attachment. Cell, 73, 309-19.
WIERSON, W. A., SIMONE, B. W., WAREJONCAS, Z., MANN, C., WELKER, J. M., KAR, B., GENDRON, W.
A. C., BARRY, M. A., CLARK, K. J., DOBBS, D. L., MCGRAIL, M. A., EKKER, S. C. & ESSNER, J. J.
2019. Expanding the CRISPR Toolbox with ErCas12a in Zebrafish and Human Cells. bioRxiv, 650515.
WIERSON, W. A., WELKER, J. M., ALMEIDA, M. P., MANN, C. M., WEBSTER, D. A., TORRIE, M. E., WEISS,
T. J., KAMBAKAM, S., VOLLBRECHT, M. K., LAN, M., MCKEIGHAN, K. C., LEVEY, J., MING, Z.,
WEHMEIER, A., MIKELSON, C. S., HALTOM, J. A., KWAN, K. M., CHIEN, C. B., BALCIUNAS, D.,
EKKER, S. C., CLARK, K. J., WEBBER, B. R., MORIARITY, B. S., SOLIN, S. L., CARLSON, D. F.,
DOBBS, D. L., MCGRAIL, M. & ESSNER, J. 2020. Efficient targeted integration directed by short
homology in zebrafish and mammalian cells. Elife, 9.
XIAO, X., LI, J. & SAMULSKI, R. J. 1996. Efficient long-term gene transfer into muscle tissue of immunocompetent
mice by adeno-associated virus vector. J Virol, 70, 8098-108.
XIE, G., DONG, H., LIANG, Y., HAM, J. D., RIZWAN, R. & CHEN, J. 2020. CAR-NK cells: A promising cellular
immunotherapy for cancer. EBioMedicine, 59, 102975.
XING, E. M., KNOX, V. W., O'DONNELL, P. A., SIKURA, T., LIU, Y., WU, S., CASAL, M. L., HASKINS, M. E.
& PONDER, K. P. 2013. The effect of neonatal gene therapy on skeletal manifestations in
mucopolysaccharidosis VII dogs after a decade. Mol Genet Metab, 109, 183-93.
XU, J., MELENHORST, J. J. & FRAIETTA, J. A. 2018. Toward precision manufacturing of immunogene T-cell
therapies. Cytotherapy, 20, 623-638.
YAO, X., WANG, X., HU, X., LIU, Z., LIU, J., ZHOU, H., SHEN, X., WEI, Y., HUANG, Z., YING, W., WANG,
Y., NIE, Y. H., ZHANG, C. C., LI, S., CHENG, L., WANG, Q., WU, Y., HUANG, P., SUN, Q., SHI, L. &
YANG, H. 2017. Homology-mediated end joining-based targeted integration using CRISPR/Cas9. Cell Res,
27, 801-814.
YEH, C. D., RICHARDSON, C. D. & CORN, J. E. 2019. Advances in genome editing through control of DNA repair
pathways. Nat Cell Biol, 21, 1468-1478.
YIN, Y., BOESTEANU, A. C., BINDER, Z. A., XU, C., REID, R. A., RODRIGUEZ, J. L., COOK, D. R.,
THOKALA, R., BLOUCH, K., MCGETTIGAN-CROCE, B., ZHANG, L., KONRADT, C., COGDILL, A.
P., PANJWANI, M. K., JIANG, S., MIGLIORINI, D., DAHMANE, N., POSEY, A. D., JR., JUNE, C. H.,
MASON, N. J., LIN, Z., O'ROURKE, D. M. & JOHNSON, L. A. 2018. Checkpoint Blockade Reverses

35

Preprints (www.preprints.org) | NOT PEER-REVIEWED | Posted: 17 May 2021

doi:10.20944/preprints202105.0376.v1

Anergy in IL-13Ralpha2 Humanized scFv-Based CAR T Cells to Treat Murine and Canine Gliomas. Mol
Ther Oncolytics, 11, 20-38.
YIU, E. M. & KORNBERG, A. J. 2015. Duchenne muscular dystrophy. J Paediatr Child Health, 51, 759-64.
YLA-HERTTUALA, S. 2012. Endgame: glybera finally recommended for approval as the first gene therapy drug in
the European union. Mol Ther, 20, 1831-2.
YU, J. X., UPADHAYA, S., TATAKE, R., BARKALOW, F. & HUBBARD-LUCEY, V. M. 2020. Cancer cell
therapies: the clinical trial landscape. Nat Rev Drug Discov, 19, 583-584.
ZHAO, Z., SHI, L., ZHANG, W., HAN, J., ZHANG, S., FU, Z. & CAI, J. 2018. CRISPR knock out of programmed
cell death protein 1 enhances anti-tumor activity of cytotoxic T lymphocytes. Oncotarget, 9, 5208-5215.
ZHEN, A., KAMATA, M., REZEK, V., RICK, J., LEVIN, B., KASPARIAN, S., CHEN, I. S., YANG, O. O., ZACK,
J. A. & KITCHEN, S. G. 2015. HIV-specific Immunity Derived From Chimeric Antigen Receptorengineered Stem Cells. Mol Ther, 23, 1358-1367.
ZIMMERMAN, K. L., MCMILLAN, K., MONROE, W. E., SPONENBERG, D. P., EVANS, N., MAKRIS, M.,
HAMMOND, S. H., KANEVSKY MULLARKY, I. & BOUDREAUX, M. K. 2013. Leukocyte adhesion
deficiency type I in a mixed-breed dog. J Vet Diagn Invest, 25, 291-6.
ZOU, Q., WANG, X., LIU, Y., OUYANG, Z., LONG, H., WEI, S., XIN, J., ZHAO, B., LAI, S., SHEN, J., NI, Q.,
YANG, H., ZHONG, H., LI, L., HU, M., ZHANG, Q., ZHOU, Z., HE, J., YAN, Q., FAN, N., ZHAO, Y.,
LIU, Z., GUO, L., HUANG, J., ZHANG, G., YING, J., LAI, L. & GAO, X. 2015. Generation of gene-target
dogs using CRISPR/Cas9 system. J Mol Cell Biol, 7, 580-3.

36

