Received: 11 February 2020

Revised: 20 May 2020

Accepted: 26 May 2020

DOL: 10.1002/jimd.12270

REVIEW ARTICLE

Sy WILEY

A primer to gene therapy: Progress, prospects, and

problems

Hidde A. Zittersteijn |

Department of Cell and Chemical Biology,
Leiden University Medical Center, Leiden,
The Netherlands

Correspondence

Hidde A. Zittersteijn, Department of Cell
and Chemical Biology S1-P, Leiden
University Medical Center, Einthovenweg
20, 2333 ZC Leiden, The Netherlands.
Email: h.a.zittersteijn@lumc.nl

Communicating Editor: Robin
Lachmann

Funding information

Duchenne Parent Project, Grant/Award
Number: 17.012; H2020 Marie
Sktodowska-Curie Actions, Grant/Award
Number: 765269; Netherlands
Commission on Genetic Modification,
Grant/Award Number: COGEM 21334;
Prinses Beatrix Spierfonds, Grant/Award
Number: W.OR16-13; Utrecht Technology
Foundation STW, Grant/Award Number:
STW 15414

1 | RECOMBINANT

RETROVIRUSES FOR THE STABLE
GENETIC MODIFICATION OF

HUMAN CELLS

Research findings on virology and genetics provided bio-
medical scientists with an extensive toolbox that has

Manuel A.F.V. Gong¢alves |

Rob C. Hoeben

Abstract

Genetic therapies based on gene addition have witnessed a variety of clinical suc-
cesses and the first therapeutic products have been approved for clinical use.
Moreover, innovative gene editing techniques are starting to offer new opportuni-
ties in which the mutations that underlie genetic diseases can be directly
corrected in afflicted somatic cells. The toolboxes underpinning these DNA modi-
fying technologies are expanding with great pace. Concerning the ongoing efforts
for their implementation, viral vector-based gene delivery systems have acquired
center-stage, providing new hopes for patients with inherited and acquired disor-
ders. Specifically, the application of genetic therapies using viral vectors for the
treatment of inborn metabolic disorders is growing and clinical applications are
starting to appear. While the field has matured from the technology perspective
and has yielded efficacious products, it is the perception of many stakeholders
that from the regulatory side further developments are urgently needed. In this
review, we summarize the features of state-of-the-art viral vector systems and the
corresponding gene-centered therapies they seek to deliver. Moreover, a brief
summary is also given on emerging gene editing approaches built on CRISPR-
Cas9 nucleases and, more recently, nickases, including base editors and prime
editors. Finally, we will point at some regulatory aspects that may deserve further
attention for translating these technological developments into actual advanced
therapy medicinal products (ATMPs).
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advanced therapy medicinal products, gene editing, genetic disease, genetic therapy,
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permitted to identify and characterize genes and gene
mutations that are causative of specific diseases. In the
early 1970s, it was realized that it might be feasible to
develop a dedicated gene transfer toolbox for ferrying
functional genes into patient cells to remedy the conse-
quences of genetic diseases." This was and so remains the
main concept of gene therapy. The identification of genes
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linked to human disorders and their smaller coding
sequences started to become available in rapid succession
from the 1980s onwards owing to steep developments in
recombinant DNA techniques.” In parallel, these devel-
opments also contributed decisively to the making of effi-
cient gene transfer vehicles that were primarily generated
for stable genetic modification of human cells. Initially
these vectors were mostly derived from retroviruses.®
Simple and complex retroviruses, such as the gamma-ret-
rovirus named Moloney murine leukemia virus (M-MLV)
and the lentivirus named human immunodeficiency
virus type 1 (HIV-1), respectively, are particularly attrac-
tive for gene therapy in that, once engineered as vectors,
they stably integrate their transgenic cargo into host cell
chromosomes and, in doing so, provide a basis for long-
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term therapeutic gene expression (Figure 1). During the
process of generating a retroviral vector, all viral protein-
coding sequences are removed from the retrovirus
genome and replaced by the coding sequence of a gene-
of-interest (transgene). In addition to the transgene, the
retroviral vector genome contains viral non-coding
sequences (cis-acting elements) necessary for its replica-
tion and encapsidation into newly formed enveloped vec-
tor particles (Figure 2). These elements are the viral long
terminal repeats (LTRs) and packaging signal (¥), respec-
tively. Functional gamma-retroviral vectors are made
using dedicated packaging cell lines (Figure 2). These so-
called helper packaging cell lines provide in trans the
products encoded by the genes that were deleted from
the parental virus. The structural and some catalytic
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Schematics of the retroviral vector transduction process. The transgene sequence contained in the single-stranded RNA

(ssRNA) vector genome (two vector genome copies per vector particle) enters the cytoplasm of the target cell (transduction) after binding to

specific cell surface receptors. This binding triggers fusion between the bilipid membranes of the vector envelope and the cell plasmalemma

leading to the release of the sSRNA genomes in the cytoplasm of the target cell. Next, vector particle-associated reverse transcriptase (RT)
converts the incoming ssRNA vector genomes into double-stranded complementary DNA (cDNA) copies via intermediate RNA-DNA
heteroduplexes (not shown). The vector particle-associated integrase (IN) together with cellular factors and the reverse transcribed vector

genomes form a pre-integration complex (PIC) responsible for establishing stable transduction of the target cell via the integration of the

cDNA into the chromosomal DNA. Simple retroviruses, for example, the oncoretrovirus M-MLV, have exclusively the basic retroviral get set

(ie, gag, pro, pol, and env); Complex retroviruses, for example, the lentivirus HIV-1, in addition to the basic retroviral gene set have genes

encoding accessory proteins that play an auxiliary role at different stages of the infection process. Vectors based on simple retroviruses

require nuclear envelope breakdown to access the cellular DNA; whereas vectors based on complex retroviruses can translocate their PICs

through the pores of intact nuclear membranes. Thus, lentiviral vectors have the distinct advantage of being able to transduce non-dividing

cells. Transcription, messenger RNA export and translation yields stable and heritable vector-encoded protein synthesis once vector cDNA

integration takes place in a genomic region conducive for gene expression. IN, integrase; Red bars, retroviral long-terminal repeat (LTR);

Yellow bars, retroviral packaging signal (¥). Figure adapted from” Bioessays review
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FIGURE 2 General strategy to engineer a replication-defective vector from a replication-competent virus. Coding trans-acting viral
sequences (green) are segregated from non-coding cis-acting elements containing the viral origins of replication (red) and viral genome
packaging signals (yellow). The coding sequences (viral genes) specify the viral structural and non-structural proteins (dark and light green,
respectively). Viral gene removal, besides disabling the replication capacity of the vector in target cells, also creates room for a transgene
expression unit (cyan) consisting of heterologous regulatory sequences (ie, promoter/enhancer elements) and a polyadenylation signal
flanking an open reading frame of interest (not shown). Vector particles carrying the transgene cassette are assembled by introducing
packaging and vector recombinant DNA constructs into produced cells (packaging cells). The viral gene products encoded by the packaging
construct can be provided in specialized stable producer cell lines or can be introduced into vector-producer cells by transient DNA
transfection or helper vector transduction. The replicative, non-structural, proteins (green triangles and green circles) recognize the cognate
viral origins of replication resulting in the amplification of the vector genome (RNA or DNA depending on the type of vector); the structural
proteins (green squares) assemble into viral particles. Finally, among the complex mixture of nuclei acids in the producer cell, the presence
of packaging cis-acting elements in the amplified vector genomes selects them for encapsidation resulting in the generation of functional
vector particles. Crucially, the absence of packaging elements in helper/packaging constructs avoids their incorporation into viral particles.
The vector particles are replication-incompetent and hence can only undergo the initial cell entry stages of the parental virus “life cycle”.
The resulting abortive infection (transduction) permits transgene delivery and expression in target cell nuclei without subsequent vector
replication and spread to neighboring cells. Figure adapted from? Bioessays review
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retroviral proteins assemble, together with viral vector
genome transcripts (two RNA genomic copies per parti-
cle), to form fully mature vector particles that carry the
transgene sequence and, importantly, no viral genes.
Such viral vector particles are therefore capable of only a
single round of infection (transduction) once target cells
are exposed to them. Once inside the cell, the retroviral
vector genome transcripts are reverse transcribed into
double-stranded complementary DNA (cDNA) copies
that ultimately integrate into target-cell chromosomes.
The reverse transcription and chromosomal integration
steps leading to the stable genetic modification of trans-
duced cells are catalyzed by the vector particle-associated
reverse transcriptase and integrase proteins, respectively
(Figure 1). Retroviral vectors (both simple and complex)
are, therefore, particularly suitable for modifying stem
cells since the integrated viral vector genome is not only
stably maintained in the stem cells, but can also be pas-
sed on to all their daughter cells.

The first clinical targets of gamma-retroviral vectors
were the primary immune deficiencies (PIDs) ADA-SCID
and SCID-X1, caused by mutations in the adenosine
deaminase gene (ADA) and the common gamma-chain
receptor gene (IL2RG), respectively. While initially T cells
were genetically modified ex vivo for the treatment of
ADA-SCID,* subsequent studies focused instead on the
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ex vivo modification of CD34" cell populations, in which
a fraction consists of bona fide hematopoietic stem cells
(HSCs). The first evidence of clinical efficacy of a gene
therapy protocol was obtained by gamma-retroviral vec-
tor transduction of CD34" cells isolated from SCID-X1
patients. This initial proof-of-concept for the whole field
was published in 2000, and demonstrated the rescue of
the disease phenotype in the first three SCID-X1 patients,
for a period of up to 30 months.” The SCID-X1 patients
enrolled in this study had no allogeneic HLA-matched
bone marrow available for transplantation. The treated
patients recovered from the disease symptoms and had
an excellent long-term reconstitution of their immune
functions.®

In these initial studies, the therapeutic gene was
inserted into a gamma-retroviral vector and its expres-
sion was driven by the strong retroviral enhancer and
promotor that is embedded in the LTRs (Figure 3). In
subsequent gene therapy trials, it was this viral
enhancer/promoter configuration that led to the occur-
rence of serious adverse events (SAEs) in 5 of 19 SCID-
X1 patients that had been treated.”” In some cells, the
therapeutic IL2RG transgene, carried by the gamma-ret-
roviral vector, had integrated in the vicinity of the
proto-oncogene LMO2, leading to its transcriptional
activation. This insertional oncogenesis event,
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FIGURE 3 Schematic outline of classic vs SIN retroviral vectors. Transcripts of classic retroviral vectors start at the U3/R border in the
5' LTR and end at the R/US5 border in the 3’ LTR. The transcripts corresponding to full-length vector genomes are packaged into enveloped
retroviral particles and are collected to transduce target cells. Classic retroviral vectors rely on the enhancer and promoter sequences
embedded in the U3 region of the viral 5 LTR for expression of the transgene. The enhancers embedded in the U3 regions of the LTRs can

affect the expression of neighboring genes once retroviral vector genomes become integrated in target cell chromosomes. The outward red

arrows indicate the enhancer activity that may affect the expression of flanking cellular genes. In self-inactivating (SIN) retroviral vectors a
deletion in the U3 region of the 3'LTR (AU3) removes the retroviral enhancer sequences inhibiting expression of flanking genes upon SIN
retroviral vector chromosomal integration. An internal heterologous promotor is necessary to drive transgene expression in these SIN vectors
(green box with broken arrow). In transduced cells, during reverse transcription of vector RNA genomes into double-stranded cDNA, the U3
sequence in the 3’ LTR serves as template for the synthesis of the U3 region in both LTRs. As a consequence, in classic and SIN retroviral
vectors the complete and partially deleted U3 regions of the 3’ LTRs, respectively, are duplicated and transferred to the 5 LTRs. LTR, long

terminal repeat; W, packaging signal; cDNA
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FIGURE 4 Schematic representation of the reactions induced by base editors. Upon binding of the cytidine deaminase base editor to

the chromosomal target sequence, the cytidine deaminase enzyme converts the cytidine base to a uridine intermediate. Subsequently, DNA

repair pathways favor the repair of the mismatched base (G) on the strand containing the SSB induced by the CRISPR-Cas9 nickase, causing

a G — A replacement on the nicked strand. Through further DNA processing, by either DNA replication or repair, the uridine is replaced by

thymine, effectively resulting in the desired C — T edit. Of note, the U — C reversion, by cellular uracil DNA glycosylase (UG) and

subsequent base excision repair, can abort the desired C — T transition, resulting in an unaltered chromosomal sequence. For this reason,

cytidine base editors also incorporate as fusion partner an UG inhibitor (UGI). Adenine deaminase base editors operate through a similar

series of DNA processing steps except that conversion of adenine to an inosine intermediate takes place at the beginning. After DNA

mismatch repair and DNA replication this conversion results in the final A — G transition

presumably together with mutations unrelated to the
gene therapy, such as the deletion of the tumor suppres-
sor gene CDKN2A, led to the expansion of T cell clones
and eventually full-fledged T cell leukemias.” In all but
one of the patients that developed leukemia, chemo-
therapy led to disease remission and polyclonal restora-
tion of transduced T cell populations. It is also
noteworthy to mention that the induction of leukemias
was not only seen in 5 of 19 SCID-X1 patients, but also
in 7 of 9 patients suffering from another PID named
Wiskott-Aldrich syndrome (WAS).'® Moreover, in clini-
cal trials using gamma-retroviral vectors for treating
the PID X-linked chronic granulomatous disease (X-
CGD), 4 patients treated went on to develop SAEs that
included myelodysplasia syndrome.'"'? In contrast,
none of the 42 ADA-SCID patients receiving gamma-
retroviral gene therapy experienced leukemogenesis.” A
recently described case of plasmablastic lymphoma in
an ADA-SCID patient that was treated with a gamma-
retroviral vector encoding ADA combined with
enzyme-replacement therapy, appears to have been
associated with Epstein-Barr virus infection, hence
unrelated to the infusion of genetically modified T
cells."® Taken together, these data suggest that in SCID-
X1, WAS, and X-CGD, but not in ADA-SCID, the trans-
gene product delivered by gamma-retroviral vectors,
contributed to the cell transformation events.

As aforementioned, the induction of leukemias was
attributed to insertional oncogenesis resulting from the
upregulation of nearby cell division-promoting genes due
to the enhancer/promoter activity of the LTRs (Figure 3).
These SAEs are facilitated by the propensity of retroviral
vectors derived from gamma-retroviruses to integrate
with a high preference into the regulatory regions of
active genes, in particular into the transcription start sites
of these genes.'*'* To reduce the probability for cellular
gene activation by viral promotor/enhancer insertions,
so-called self-inactivating (SIN) retroviral vectors, were
developed.'® In SIN retroviral vector constructs enhancer
sequences that are embedded in the LTR are deleted,
essentially inactivating the LTR enhancer/promotor ele-
ments in the transduced cells which, in turn, minimizes
vector genotoxicities (Figure 3). In SIN retroviral vectors,
a heterologous internal promotor, normally derived from
a cellular gene, is used to drive expression of the trans-
gene. This genetic reconfiguration of retroviral vectors
greatly reduces transcriptional activation of proto-
oncogenes limiting the risk for the development of SAEs,
such as, clonal expansion and lymphoproliferative syn-
dromes."” Indeed, application of SIN gamma-retroviral
vectors in SCID-X1 patients demonstrated their improved
safety profile, when compared to that of their classic
counterparts, in terms of a significant reduction in the
occurrence of SAEs."®
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Another important development in retroviral-based
clinical gene therapy was the introduction of gene trans-
fer vectors derived from lentiviruses, of which HIV-1-
based vectors became the most widely used.'® Rather
than a preference for integration of their cDNA genomes
into the regulatory regions and transcription start sites as
observed for gamma-retroviruses,15 lentiviruses have a
preference for integration into the coding regions of tran-
scriptionally active gene.”® Besides the different chromo-
somal integration patterns, complex retroviruses (eg,
HIV-1) differ from simple retroviruses (eg, M-MLV) in
that they can infect non-dividing cells owing to their
capacity to access the host cell genome without mitosis-
dependent breakdown of the nuclear envelope.'® This
feature permits the efficient transduction of, for example,
quiescent bona fide HSCs by HIV-1-based vectors which,
in turn, has greatly contributed to strengthen the clinical
gene therapy field.?! Moreover, with the HIV-1-based
SIN vectors, the transcriptional activation of genes near
the integration site, and the resulting risks for cellular
transformation, are greatly reduced as shown in cellular
assays and in mice susceptible to tumorigenesis.”* With
this new HIV-1 SIN vector design, improved safety and
sustained clinical efficacy could be achieved in patients
suffering from the PIDs SCID-X1'%%*5 and WAS.*

To date, SIN lentiviral vectors are the state-of-the-art
for gene therapy involving stable genetic modification of
HSCs for the treatment of blood and metabolic disorders.
Indeed, in addition to the PIDs SCID-X1 and WAS, the
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hemoglobinopathy p-thalassemia,”” and the demyelinat-
ing metabolic disorders X-linked adrenoleukodystrophy
(ALD),”® and metachromatic leukodystrophy (MLD),*
are being addressed by transducing HSCs with SIN HIV-1
lentiviral vectors. In cases such as those of the metabolic
disorders ALD and MLD, in which the hematopoietic
compartment is not the primary affected tissue, HSC
genetic modification is used as a treatment route where,
upon homing and differentiation, HSC progeny locally
secrete therapeutic gene products at affected tissues, such
as those in the peripheral and central nervous systems.*°
Related with this approach, based on ectopic expression
of secreted transgene products, preclinical studies suggest
that overexpression of factor VIII in platelets might be
used to treat hemophilia A in patients which developed
blood clotting factor VIII-blocking inhibitory anti-
bodies.** Similarly, preclinical data indicate that
genetic modification of HSCs can be effective in moderat-
ing the respiratory and cardiac defects resulting from
Pompe, a lysosomal glycogen storage disorder.**

To date, several ATMPs consisting of cells genetically
modified by either gamma-retroviral or lentiviral vectors
have been registered (Table 1).** These ATMPs include
Strimvelis, autologous CD34% cells transduced with a
gamma-retroviral vector containing the ADA gene
(Table 1) and Zalmoxis, T cells transduced with a
gamma-retroviral vector expressing herpes simplex virus
thymidine kinase (HSV-tk) and, for cell selection pur-
poses, a truncated form of the low-affinity nerve growth

TABLE 1  Registered viral vector-based gene therapy products

Product name Target disease Parental virus Transgene Replication status Reference

Rexin-G Solid tumors Gamma-retrovirus Cyclin G1 Replication defective 167

Strimvelis ADA-SCID Gamma-retrovirus ADA Replication defective 6

Zalmoxis Leukemia Gamma-retrovirus HSV-thymidine kinase =~ Replication defective 35

Yescarta Diffuse large B-cell lymphoma Gamma-retrovirus Chimeric T cell receptor Replication defective =~ 38

Invossa® Osteoarthritis Gamma-retrovirus TGF-p1 Replication defective 168

Kymriah B-cell acute lymphoblastic Lentivirus Chimeric T-cell receptor Replication defective =~ 37
leukemia

Zynteglo Transfusion-dependent beta-  Lentivirus B-globin Replication defective 27
thalassemia

Gendicine Head and neck squamous cell Adenovirus 5 p53 Replication defective 59
carcinoma

Oncorine (H101) Nasopharyngeal carcinoma Adenovirus 5 None Replication competent 58

Imlygic Unresectable melanoma Herpes simplex virus GM-CSF Replication competent 169

Glybera® Lipoprotein lipase deficiency =~ AAV1 Lipoprotein lipase Replication defective 91

Luxturna Leber's congenital amaurosis ~ AAV2 RPE65 Replication defective 104

Zolgensma Spinal muscular atrophy type I AAV9 SMN1 Replication defective 105

*Permission revoked May 2019.
*Product discontinued in 2017.
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factor receptor (Table 1).°> Besides its direct therapeutic
application in Zalmoxis, the HSV-tk protein mediates the
conversion of a pro-drug (eg, ganciclovir) to a cytotoxic
product providing for a safety measure (suicide switch) in
case graft eradication in blood-cell cancer patients,
transplanted with haploidentical HSCs, is necessary due
to GVHD. Furthermore, CD34" cells transduced with a
lentiviral vector encoding a modified p-globin chain (p*
T87Q), form an ATMP marketed as Zynteglo used for the
treatment of transfusion-dependent p-thalassemia
patients (Table 1).*’°® Yescarta and Kymriah, on the
other hand, are chimeric antigen receptor (CAR) T cells
transduced with lentiviral and gamma-retroviral vectors,
respectively, expressing chimeric T cell receptors directed
to CD19 on B cell malignancies (Table 1).>"*

In common, these ATMPs consist of hematopoietic
cells genetically modified by retroviral vectors ex vivo.
However, for many inherited and acquired disorders (eg,
certain cancers and infectious diseases), in vivo gene
therapy strategies are more appropriate and, as a result,
require alternative viral vector systems that, for instance,
can transduce post-mitotic cells without integrating into
the target cell genome.

2 | ADENOVIRAL VECTORS
(ADVS) FOR in VIVO GENE
TRANSFER

Adenoviruses are DNA viruses (Adenoviridae family) that
are normally associated with mild pathologies in
humans.* These viruses possess a linear double-stranded
DNA genome packaged in a non-enveloped icosahedral
capsid. After infection of a host cell, the adenovirus
genome initiates an orchestrated program of expression
of the viral genes that are generically divided in early (E),
intermediated and late (L) sets. The early and late gene
sets are roughly expressed before and after the onset of
viral DNA replication, respectively.*’ The E1A gene is the
first to be expressed with the resulting E1A proteins
being responsible for regulating the expression of a num-
ber of viral and cellular genes that prepares the host cell
for the preferential translation of viral transcripts and for
the replication of the adenoviral genome.*"** Deletion of
the early region 1 (E1), encompassing the E1A and E1B
open reading frames, effectively cripples the virus render-
ing it replication-incompetent except in helper packaging
cell lines in which the El-encoded proteins complement
in trans the El-deleted vector genomes. Importantly, the
deletion of the EIA and EIB genes, besides making the
vector replication-incompetent in target cells, creates
space for the insertion of transgenes. With these EI-
deleted AdVs, high-level transgene expression can be

obtained in murine and larger animal models; however,
transgene expression commonly disappears within 2 to
3 weeks after gene transfer in immunocompetent ani-
mals. This has been attributed to the eradication of vec-
tor-transduced cells by the interplay between the host's
innate and adaptive immune systems in which CD8* T
cells take on a preponderant role.> Indeed, T cells found
after AdV administration in vivo, recognize antigen pep-
tides derived from both transgene and viral proteins. The
latter are the result of residual (“leaky”) expression of the
viral genes retained in the vector genome.*>**

The residual synthesis of immunogenic adenoviral
proteins has been remedied by the development of so-
called helper-dependent AdVs (HD-AdVs) (a.k.a. high-
capacity or “gutless” AdVs).***> All adenoviral protein-
coding genes are removed from these vectors, with most
of these proteins being provided in trans in specialized
El-complementing packaging cell lines transduced with
a helper El-deleted AdV (Figure 2). For the most part,
the replicating helper genomes cannot be packaged
owing to the selective removal of their packaging signals
by site-specific recombinases (eg, Cre or FLP). The HD-
AdVs retain from the parental adenovirus genome exclu-
sively the packaging signal and the 103-bp inverted ter-
minal repeats (ITRs), in which the viral origins of
replication are embedded. The removal of the entire pro-
tein-coding regions endows HD-AdVs with a vast trans-
gene packaging capacity (ie, up to 36 kb). Moreover, with
these HD-AdVs, much longer transgene expression can
be achieved in vivo when compared to that observed with
El-deleted AdVs encoding the same transgene(s), (see,
eg, References 46,47). This is especially so in slowly-
dividing tissues, such as liver, or post-mitotic tissues,
such as brain and muscle.**>°

Certain human adenovirus serotypes circulate com-
monly in the human population. In fact, approximately
65% to 80% of humans have detectable amounts of neu-
tralizing antibodies against the prevalent human adeno-
viral serotypes 2 and 5.°" These antibodies may affect the
efficiency of gene delivery in vivo and have prompted the
development of AdVs derived from more rare human
adenoviral serotypes.”® In humans, 103 serotypes have
been identified so far on the basis of neutralizing assays
or molecular analyses. These cluster in seven adenoviral
subgroups or species (A through G). Normally, different
adenoviruses use specific cell surface proteins or other
molecules as primary cell entry receptors.”® To date,
human adenoviral receptors identified include CAR,
CD46, DSG2, Scavenger receptor All, polysialic acids,
GD1, heparin sulfate proteoglycans, and integrins.”® The
natural diversity of adenoviral serotypes and their respec-
tive variegated receptor usage, allows for the generation
of AdVs with a wide or narrow cellular tropism
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depending on the distribution of specific cell surface
receptors on different target cell types and tissues.

Although AdVs were used initially in gene therapy
for inherited diseases, currently they are predominantly
used in indications where short-term transgene expres-
sion is desired, such as, in cancer gene therapy,>* and
vaccination protocols.”> Two AdV products have been
registered for use in cancer treatment (Table 1) and vari-
ous clinical trials are ongoing directed at tackling infec-
tious agents (eg, HIV-1 and Ebola)**’. The anti-cancer
AdV products are Gendicine, a replication-incompetent
AdV type 5 vector carrying the TP53 gene coding for the
tumor suppressor protein p53; and Oncorine, a replica-
tion-competent oncolytic AdV lacking EIB-55KD,
intended for use in combination with chemotherapy.’®>’
Both of these ATMPs have been registered in China.

In what the treatment of monogenetic disorders is
concerned, it is worth mentioning that an early clinical
trial for the treatment of ornithine transcarbamylase defi-
ciency (OTCD) resulted in the death of one among 18
patients receiving a replication-incompetent AdV type 5
vector expressing the OTC transgene. An acute innate
immune response against the vector was advanced as the
culprit for the death of this patient, Jesse Gelsinger.*® It
was suggested that this severe immune response might
have been caused by an immune memory against type 5
AdV, an immune response overactivation as a result of a
prior viral infection, or a genetic predisposition related
to, for instance, enhanced innate immunity.*"°* This was
an unexpected event since the pre-clinical data did not
show similar toxicities and another individual receiving a
similar dose developed only mild adverse events.®' The
“Jesse Gelsinger case” took place in 1999 and has since
raised safety concerns regarding liver-directed application
of AdVs for the treatment of genetic disorders.®*> Despite
this case, in which in vivo application of AdVs showed
potential safety issues, subsequent research in small and
large animal models has demonstrated that, by substitut-
ing E1-deleted AdVs for HD-AdVs, long term successful
phenotypic correction of monogenetic liver disorders is
possible, including OTCD,** glycogen storage disease
1A, Criggler-Najjar syndrome,®® and phenylketonuria,®’
and others.®®

3 | ADENO-ASSOCIATED VIRAL
(AAV) VECTORS FOR in VIVO GENE
TRANSFER

AAV vectors are attracting much attention as the paren-
tal virus is not associated with known pathologies in
humans and, importantly, they can achieve prolonged
transgene expression in small and large animal models in
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vivo following a single vector administration.®® AAVs are
small parvoviruses (circa 22 nm) of the dependopa-
rvovirus genus which contain single-stranded DNA
genomes harboring Rep and Cap genes encoding sets of
replicative and structural proteins, respectively.>”® The
genus name reflects the observation that AAVs depend
on other DNA viruses, so-called helper viruses, such as
herpes simplex viruses or adenoviruses to express gene
products necessary for productive AAV replication.”* A
high proportion of the human population has been
exposed to AAVs as evident by the relatively high preva-
lence of neutralizing immunity. Approximately 30% to
60% of individuals are seropositive with some variation
observed depending on geographical origin and AAV
serotype.”>”® The prototypic AAV serotype 2 has a
genome of only 4.9 kb. During the making of AAV vec-
tors, the AAV Rep and Cap genes are replaced by trans-
gene sequences (Figure 2). These transgene sequences
are flanked by T-shaped palindromic ITRs that are the
non-coding, cis-acting, elements required for the replica-
tion and packaging of recombinant AAV genomes into
AAV capsids.>’ Hence, in order to assemble AAV vec-
tors, producer cells, often adenovirus EI-expressing
HEK?293T cells, are co-transfected with the ITR-flanked
transgene together with plasmids encoding the Rep and
Cap gene products and helper adenoviral functions (ie,
E40RF6, E2A, VA-I and VA-II RNAs). Similarly to AdVs,
there are various AAV serotypes that present specific cel-
lular tropisms and on the basis of which AAV vectors can
be generated.”* Moreover, in addition to relaying on the
natural AAV capsid diversity to transduce specific cell
types, researchers are also exploiting new AAV capsid
variants generated by site-directed mutagenesis and
directed evolution approaches.” Despite the small size of
the AAV capsid (circa 22 nm), and of the packaged
genome (4.9 kb), a wide variety of transgene cassettes
have been inserted in these vectors.

AAV vectors can be produced with relative ease and
concentrated to high titers after introducing into pro-
ducer cells constructs containing the recombinant AAV
DNA, the trans-complementing Rep and Cap genes and
the aforementioned adenovirus helper functions. These
components are mostly delivered into producer cells via
either transient plasmid transfections in mammalian cells
or via transduction of producer insect cells with bac-
uloviral vectors (Figure 2).°>7® However, generating the
amounts of functional AAV vector particles needed for in
vivo administration to large animal models and patients
remains a substantial hurdle in the AAV-based gene ther-
apy field.*%7¢

Upon in vivo transduction of non-dividing or slowly
dividing tissues most AAV vector genomes persist long-
term in an episomal (ie, chromosomally non-integrated)
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form that can evolve into linear and circular multi-
mers.””””® A fraction of these AAV vector genomes can
also integrate into the genome of target cells in vitro and
in vivo at chromosomal double-stranded DNA breaks
(DSBs), that occur due to DNA damage or DNA meta-
bolic processes.””®* Moreover, AAV vector genomes can
equally integrate into site-specific DSBs created by pro-
grammable nucleases.**®” The potential genotoxicity of
AAV vectors has also been a subject of controversy due to
several liver-directed gene therapy experiments in
rodents in which AAVs were implied in the induction of
hepatocellular carcinoma (HCC) upon genomic integra-
tion.®®%° However, the limited amount of human clinical
data does not seem to reflect the rodent results in terms
of the association between AAV vector transductions and
tumor formation.”® Thus, whether sporadic chromosomal
insertion of recombinant AAV genomes contributes to
cellular transformation remains a subject requiring fur-
ther investigation in larger animal models and humans.”
For example, reminiscent of retroviral vector systems, it
has been suggested that the composition of regulatory
elements in AAV vector genomes may themselves play a
role in the development of genotoxic side effects.”

One of the disorders that can be treated by AAV-
based gene therapy is familial lipoprotein lipase (LPL)
deficiency. This is a genetic metabolic disorder that pre-
vents patients from digesting triglycerides which in turn
result in the accumulation of chylomicrons (lipoprotein
particles) in the circulation. This accumulation can cause
episodes of abdominal pain and recurrent pancreatitis.
AAV vector-mediated transfer of a gene encoding a
hyperactive LPL enzyme variant (LPL3>***) reduced the
number of pancreatitis events up to 6 years following
gene transfer.”’ The AAV vector harboring the modified
LPL gene, marketed as Glybera, was approved in Europe
in 2012. However, due to a lack of demand, the product
was removed from the market in 2017 (Table 1). Apart
from the development of Glybera, genetic therapies for
the treatment of inborn metabolic disorders, such as lyso-
somal storage diseases, glycogen storage diseases, urea
cycle disorders, and phenylketonuria, are getting more
attention in recent years and will presumably progress
toward clinical translation in the relative near future.”>®’
Although AAV vectors are emerging as prime candidates
for gene therapy of metabolic liver disorders, other viral
vector systems, such as adenoviral and lentiviral vectors,
are being investigated as well for this purpose.®®*® How-
ever, important challenges need to be addressed, such as
minimizing genotoxicity and immunogenicity of gene
therapy systems, before safer clinical applications are
implemented.®®®

Besides metabolic disorders, AAV vectors have also
been tested for the treatment of a variety of other diseases

such as hemophilia A,”'° hemophilia B,'*"*°* Leber's
congenital amaurosis,'® and spinal muscular atrophy
type 1 (SMA1)." In hemophilia A and hemophilia B
patients the levels of clotting factors VIII and IX, respec-
tively, were consistently increased after gene therapy and
resulted in a strong reduction in the number of bleeding
episodes, as well as in the use of prophylactic clotting-fac-
tor protein concentrates. These clotting factor levels were
maintained for several years.'®®'°° In a number of
patients, an asymptomatic increase in serum aminotrans-
ferase levels was observed, which could be resolved by a
short-term prednisone treatment.”®°>'% Importantly,
the AAV-based gene therapies for Leber's congenital
amaurosis (Luxturna) and for SMA1 (Zolgensma) have
been approved for clinical use by regulatory authorities
(Table 1).'°*'% In the case of the latter ATMP, pre-clini-
cal studies in animal models revealed an unexpected
capacity of AAV serotype 9 (AAV9) particles to pass
through the blood-brain barrier and to transduce motor
neurons in the spinal cord.’®” Subsequent clinical evalua-
tion in 15 patients demonstrated that a single intravenous
infusion of an AAV9 vector encoding SMN1 resulted in
longer infant survival and improved motor function com-
pared to historical cohorts.’® As in the aforementioned
hemophilia gene therapy clinical trials, some SMA1
patients required corticosteroid treatment to suppress the
transient elevation of serum aminotransferase levels.
Next to these significant clinical outcomes in patients,
expanding clinical application of AAV vectors to an
increasing number of conditions affecting several organs
(eg, eye, muscle, brain and liver) is expected to provide
further valuable insights on the challenges posed by
immune responses against AAV vector components and/
or the transgene product itself.'®® Finally, it is noteworthy
mentioning that viral vectors currently being applied for
treating human disorders via transgene delivery, have
also started to be investigated as delivery agents for DNA
editing tools.'®”

4 | THE NEW KID ON THE BLOCK:
DNA EDITING

With the appearance of precise DNA editing tools, that
is, sequence-specific programmable nucleases, the pros-
pect for modifying specific nucleotide sequences among
the 6.4 billion base pairs that make up a diploid human
genome has become a reality.!'® Indeed, by designing
and constructing programmable nucleases, one can
now modify specific genes of interest in order to either
study their function or correct genetic defects. DNA
editing, or gene editing, directed at treating human dis-
orders is currently in early experimental stages;
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however, an increasing number of clinical studies are
starting to build-up using these technologies."'" At the
moment, the primary fields of application are in oncol-
ogy (eg, CAR-T cell therapies) followed by infectious
and monogenetic disorders. In this section, we will
briefly touch upon the different gene editing platforms
in a chronological fashion and provide an overview of
the translation of these techniques into the clinical
arena.

Before diving into the different gene editing tech-
niques as such it is important to understand the mecha-
nisms through which the main gene editing tools
operate. Typically, gene editing relies on the formation of
targeted chromosomal DSBs by programmable nucleases.
The subsequent activation of endogenous cellular DNA
repair pathways involved in fixing the DNA damage is
exploited to bring about specific DNA editing outcomes
(eg, gene knockouts or gene knock-ins).'** To explain
briefly, after the induction of a DSB the cell will respond
by recruiting specific DNA repair machineries. There is a
variety of mechanisms through which the cell can repair
the DSB.'® The principal DSB repair mechanisms in
mammalian cells are homology-directed repair (HDR)
and non-homologous end joining (NHEJ) pathways. The
classic NHEJ (cNHEJ) pathway is the most prevalent and
active of the DSB repair mechanisms and normally
results in the direct ligation of chromosomal termini.'*?
DSB repair by NHEJ pathways can lead to chromosomal
ligation products containing small insertion and deletions
(indels). These indels can emerge due to end-processing
by exonucleases prior to end-to-end ligation''? or, in case
of DSBs made by a programmable nuclease, due to cycles
of re-cleavage until an indel disrupts the target site and
becomes installed in the target cell population. If occur-
ring within a gene coding sequence, the latter indels,
varying in size and nucleotide composition, can lead to
frame-shifts that effectively result in target gene knock-
out."*® When relying on HDR, a more precise edit can be
made after the introduction of an exogenous DNA donor
template. Normally, upon chromosomal DSB formation,
sister chromatid sequences, available during the S and
late G2 phases of the cell cycle, are recruited to serve as
DSB repair templates, resulting in the reconstitution of
the original sequence. In a gene editing setup, an exoge-
nous donor DNA template contains the intended edit
and, by taking over the role of the sister chromatid,
allows for the precise insertion of the foreign genetic
information into the genomic region initially subjected to
the site-specific chromosomal DSB.*'%*'* This being said,
there are presently different gene editing approaches
emerging that are less strictly dependent on the induction
of a DSB. These approaches and attendant tools will be
discussed later on.
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5 | ZINC-FINGER
NUCLEASES (ZFNS)

The development of ZFNs started the era of targeted
genome modifications."'"'* The classical zinc-finger
(ZF) motif Cys,His, and its nucleic acid binding proper-
ties were discovered in 1985."'>!''® This ZF is a short
structural protein motif whose coding sequence is found
in approximately 3% of the human genes. The nucleotide
sequences recognized by ZF motifs are, normally, three
base-pairs (bps) in length (triplets). When multiple ZF
motifs are rationally designed and connected to each
other to form an array, they can be used for the recogni-
tion of specific larger genomic sequences. Most com-
monly, 3 to 4 ZF motifs are assembled for binding to 9-bp
and 12-bp nucleotide sequences, respectively."'%''” As
described earlier, in order to establish a genetic modifica-
tion at a predefined genomic sequence, the induction of a
site-specific DSB is required to trigger the aforemen-
tioned endogenous DNA repair mechanisms (ie, NHEJ
and HDR). To this end, ZF arrays are fused to the cata-
lytic domain of the restriction enzyme FokI. The FokI
nuclease domain requires dimerization in order to induce
a DSB. Therefore, ZFNs must work as dimers in which
one ZFN monomer binds to a target site separated by a
short sequence (spacer) from the target site of another
ZFN monomer. The local binding of ZFN pairs to their
respective target sites brings the bound FokI nuclease
domains in close proximity leading to their catalytic acti-
vation and, ultimately, to the induction of a site-specific
DSB."%M7 Currently, ZFNs are being investigated for the
treatment of inherited and acquired disorders."'" In fact,
the first utilization of gene editing tools in a clinical set-
ting involved the ex vivo adenoviral vector transduction
of a ZFN pair designed to knockout the HIV-1 co-recep-
tor gene CCR5 in CD4* T cells isolated from AIDS
patients.™®

6 | TRANSCRIPTION ACTIVATOR-
LIKE EFFECTOR NUCLEASES
(TALENS)

Transcription activator-like effector (TALE) proteins
found in certain phytopathogenic bacteria, for example,
Xanthomonas sp.,"*® provide a customizable DNA-bind-
ing scaffold for a class of programmable nucleases named
TALE nucleases (TALENs).!*%120:121 TAT ENs, are more
easy-to-design than ZFNs in that there is a one-to-one
direct relationship between the binding of each of their
DNA-binding units, called TALE repeats, and specific
nucleotides. Typically, each TALE repeat consists of 33 to
35 conserved amino acids with polymorphic residues,
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named repeat variable di-residues (RVDs), located at
positions 12 and 13 of the repeat. The TALE repeat-to-
nucleotide binding code is governed by these polymor-
phic residues embedded within each repeat.'**'** For
instance, RVDs NI, NG, and HD recognize preferentially
A, T, and C, respectively.

From the above it follows that by forming an array of
linked TALE repeats (normally 17.5), one can construct a
DNA-binding domain that, upon linkage to the FokI
nuclease domain, yields a TALEN monomer that targets
specific sequences in the genomic DNA. Similarly, to
ZFNs, induction of a site-specific DSB can take place
through two TALEN monomers that bind to DNA in
close proximity and, in doing so, assemble a catalytically
active FokI nuclease domain dimer. The discovery of the
TALE code and the ensuing development of TALENSs
were revolutionary developments as they unlocked the
possibility to alter the genome with high specificity and
higher flexibility than that offered by the ZFN plat-
form.'** Although the designing and validation of ZFNs
and, to a lesser extent, TALENSs are time consuming pro-
cesses, they can, once optimized, display high specific-
ities. Programmable nuclease reagents displaying high
specificities induce no or low frequencies of DSBs at
unintended sequences located elsewhere in the genome
(off-target sites). The ability to generate ZFNs and
TALENs with high specificities results, in large part, from
the need for coordinated binding of two monomers
which have to be in the correct orientation and properly
spaced from each other.''®''”'?* Clearly, highly specific
programmable nucleases are paramount for clinical
translation. In this regard, TALENs have also entered
clinical testing in the form of reagents for editing CAR-T
cells for treating an infant leukemia.'*’

7 | CRISPR-CAS9 NUCLEASES
Following the appearance of ZFNs and TALENs by the
mid-1990s''>"*  and late  2000s,'*°  respectively,
engineered CRISPR-Cas9 nucleases emerged in 2013.**
129 These RNA-guided programmable nucleases are now-
adays the most widely used gene editing platform. What
sets engineered CRISPR-Cas9 nucleases apart from their
programmable nuclease predecessors, and decisively con-
tributes to their wider dissemination, is their versatility
underpinned by a protein engineering-free mode of con-
struction as target site specificity is ultimately governed
by RNA-DNA hybridizations as opposed to protein-DNA
interactions.''%113°

Engineered CRISPR-Cas nucleases are derived from
clustered regularly interspaced short palindromic repeats
(CRISPR) and CRISPR-associated protein (Cas) loci

found in the genomes of prokaryotes.'*® Together these
components form an adaptive immune defense mecha-
nism against bacteriophages and foreign plasmids in
these organisms'' of which prototypic examples are the
CRISPR-Cas9 systems from Streptococcus pyogenes™>* and
Streptococcus thermophilus.'>® Essentially, the adaptation
of the S. pyogenes CRISPR-Cas9 system into a program-
mable nuclease platform for editing the genomes of
eukaryotic cells involved: (a) assembling single-guide
RNAs (sgRNAs) by fusing sequence-tailored CRISPR
RNAs (crRNAs) to an invariant trans-activating CRISPR
RNA scaffold (tracrRNA); (b) codon-optimizing the Cas9
open reading frame; and (c) adding nuclear localization
signals to the Cas9 nuclease.'*>'**

Once introduced into target cells, sgRNAs and
engineered Cas9 nucleases form binary ribonucleoprotein
complexes that enter the nucleus and start screening the
genome for so-called protospacer-adjacent motifs
(PAMs). PAMs are short DNA sequences recognized by
the PAM-interacting domain of Cas9 nucleases."*> In the
case of the prototypic Cas9 protein from S. pyogenes the
PAM sequence is NGG; where N can be any of the four
deoxyribonucleotides. Cas proteins derived from CRISPR
systems evolved in other microorganisms engage other
PAMs.*1%7 A target site for a RNA-guided nuclease
based on the S. pyogenes CRISPR-Cas9 system typically
consists of NGG adjoined to a 20 nt-long nucleotide
sequence (protospacer) complementary to the 5 end of
the sequence-variable crRNA portion of the sgRNA
(spacer). The binding of a Cas9:sgRNA complex to the
PAM of its target site triggers local melting of the DNA
double helix and subsequent RNA-DNA annealing. RNA-
DNA hybridization activates the two nuclease domains of
Cas9 (ie, HNH and RuvC) ultimately leading to targeted
DSB formation, normally three base pairs away from the
PAM. At this point, it is noteworthy mentioning that this
series of events ending with DSB formation can also take
place at sequences bearing mismatches to the 5’ end of
the sgRNA (see, eg, References 138-140). Hence, similarly
to the earlier programmable nuclease platforms (ie, ZFNs
and TALENSs), the specificity of RNA-guided CRISPR-
Cas9 nucleases is not absolute in that DNA cleavage can
occur at off-target sequences. In fact, CRISPR-Cas9 nucle-
ase off-target activities can be substantial, surpassing in
some instances their activity at the intended targets site
(see, eg, References 140,141). Importantly, substantial
research efforts are ongoing to minimize the off-target
activities of programmable nucleases, including those
based on CRISPR systems. In this regard, CRISPR sys-
tems are being adapted for developing a more diverse
and potentially safer array of gene editing tools such as
high-fidelity nucleases, nickases, base editors and prime
editors.l36’142’143
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8 | HIGH-FIDELITY CRISPR-CAS9
NUCLEASES

As mentioned before, the original engineered CRISPR-
Cas9 nucleases can induce substantial off-target activities.
In recent years, this platform has been subject to rigorous
optimization by numerous groups through studying alter-
ations to both the sgRNA (tracrRNA and crRNA) and
Cas9 nuclease components in order to improve gene
editing outcomes.'*® A growing number of high-fidelity
CRISPR-based nucleases have been published showing
remarkable improvements in reducing off-target DNA
cleaving activities. These protein variants were obtained
either through structure-guided rational design or
directed evolution approaches and bear specific point
mutations that confer reduced off-target effects to the
respective ribonucleoprotein complexes. Possible mecha-
nisms for preferential cleavage at target sites over off-tar-
get genomic positions by these Cas9 variants are their
higher energy thresholds for conformational activation of
the catalytic HNH domain'** or lowering nonspecific
protein-DNA interactions.'*>'*® Moreover, sgRNAs have
been subjected to optimization such as 5 end trunca-
tions, sequence optimization, such as gRNA duplex
extension, and chemical modifications.'>%!#714° As afore-
mentioned, besides these research efforts directed toward
optimizing the precision of DSB-based gene editing, other
CRISPR-based approaches are being developed which,
instead of relying on mutagenic DSB formation, depend
on less disruptive single-stranded DNA breaks (SSBs), or
nicks.

9 | SEQUENCE- AND STRAND-
SPECIFIC NUCLEASES (NICKASES)

Nickases based on CRISPR-Cas9 complexes are generated
by disabling one of the two catalytic domains of the Cas9
nuclease (ie, HNH or RuvC) through site-directed muta-
genesis."** Paired chromosomal SSBs formed by two
nicking CRISPR-Cas9 complexes with gRNAs targeting
sequences on opposite DNA strands located near to each
other, can generate a targeted DSB.">>'*! Crucially, with
this dual CRISPR-Cas9 nickase strategy, off-target activi-
ties are greatly reduced in that SSBs made elsewhere in
the genome are mostly resolved through conservative
DNA repair processes.

When compared to DSBs, SSBs are significantly less
disruptive to the genome as these lesions are not sub-
strates for mutagenic NHEJ pathways. Unfortunately,
SSBs are poor stimuli for HDR. Recent research has,
however, uncovered that coordinated nicking of target
and donor DNA templates (in trans paired nicking) by

CRISPR-Cas9 nickases can increase the efficiency of
nick-induced gene editing.'*"*3>*>* In addition, the spec-
ificity and accuracy of HDR-mediated knock-in of whole
transgenes via in trans paired nicking was shown to be
superior to those achieved by CRISPR-Cas9
nucleases.'*""'>?

10 | BASE EDITING
A base editor is a Cas9 nickase covalently linked to an
enzyme capable of inducing targeted substitutions, in
particular, either the transition C — T or A — G within a
narrow, so-called, editing window of around 4-bp located
at a defined distance from the PAM.'*>'>® The enzymes
responsible for C — T and A — G transitions are cytidine
and adenine deaminases, respectively. Base editors, as for
regular Cas9 proteins, are addressed to specific genomic
sequences via their coupling to sgRNAs. Once at the tar-
get sequence, cytidine deaminase base editors chemically
convert C-G into U-G base-pairs, after which mismatch
repair mechanisms convert these U-G into U-A pairs.
Finally, after DNA replication or repair, a T-A base pair
change is established (Figure 4).'*® Adenine deaminase
base editors operate similarly to their cytidine deaminase
counterparts except that they chemically convert A-T to
inosine-T base-pairs that are subsequently processed to
the final G-C base pair (Figure 4).">

Similar to the original Cas9 nucleases, base editors
are also being subjected to incremental optimization,
such as broadening their genomic space coverage by
altering their PAM preferences and reducing their off-tar-
get activities that can occur at the levels of the genome
and transcriptome.'**'>71>

11 | PRIME EDITING

Prime editing is one of the most recent developments in
the gene editing field.'** Although this system still
requires further testing and optimization, when com-
pared to base editors, it allows a broader range of small
genomic edits. Importantly, similarly to base editing,
primer editing does not require the catalytic induction of
DSBs and the delivery of separate donor DNA templates.
The prime editor 2 (PE2) system consists of a Cas9
nickase covalently linked to an engineered M-MLV
reverse transcriptase (RT) whose five mutations confer
enhanced thermostability and enzyme processivity.'*?
Crucially, the sgRNA is restructured into a so-called
prime editor gRNA (pegRNA). This pegRNA is a 3-end
prolonged sgRNA which has, in addition to the conven-
tional ctrRNA and tracrRNA sequences, a RT primer
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binding site (PBS) and a RT template sequence con-
taining the desired edit. Upon binding of the PE:pegRNA
complex to the target DNA sequence, the RT copies the
information from the RT template into the target geno-
mic locus resulting in the introduction of the desired edit.
Prime editing permits installing all transitions and trans-
versions (totally 12 base-to-base conversions) as well as
small insertions and deletions (i.e., up to 80 bp).'**

12 | WHERE DO WE GO
FROM HERE?

The pace with which gene transfer and gene editing tech-
nologies are developing is impressive. These technologi-
cal advances offer new treatment avenues for serious
genetic diseases for which there are no therapies avail-
able. The prospects for patients with genetic diseases,
such as SCID-X1, SMA1, and Leber's congenital amauro-
sis affecting the immune system, nervous system and the
eye, respectively, have already been dramatically
improved. However, there are challenges. The pricing of
these ATMPs is very high and currently at a level that
limits their affordability by many governments and other
stakeholders. In order to create a system in which genetic
therapies become financially available to patients, rapid
adaptation of reimbursement models is required in which
participation of multiple stakeholders is key.'®

Besides genetic disorders afflicting vast populations
(eg, hemoglobinopathies and cancer), for which commer-
cial implementation is a priori more feasible, the emerg-
ing DNA modifying techniques are also starting to open
the perspective for new therapies directed at rare and
ultrarare diseases, for example, certain PIDs. The DNA
modification technologies facilitate the development of
genotype-specific therapeutics. A powerful example of
such an approach is the development of a personalized ex
vivo gene therapy for a patient with junctional
epidermolysis bullosa. A homozygous mutation in the
patient's LAMB3 gene led to blistering and epidermal loss
of over 60% of the total body surface area due to the
absence of laminin-332. Within 7 months after diagnosis,
a gene therapy product, consisting of autologous epider-
mal grafts generated from keratinocytes transduced with
a gamma-retroviral vector encoding the LAMB3 protein,
could be developed and grafted onto the patient. This
particular ex vivo gene therapy was able to regenerate a
fully functional epidermis in the patient.'®!

While this is a powerful example of the flexibility and
robustness that gene therapy protocols can achieve, it
also imposes the question of how one can ensure the
development of commercially viable personalized treat-
ments. For example, can such genetic therapies for

individual patients, or very small patient cohorts, be reg-
istered as an ATMP? Currently, the genetic therapies
developed for individual patients or very small cohorts
are incompatible with the conventional registration pro-
cedures that involve phased clinical studies, normally
requiring increasing numbers of patients. Yet, European,
US and Japanese regulatory authorities seem inclined to
take on a more flexible approach to the approval of gene
and cell therapy products by early indications of clinical
risks/benefits assessments of disorders with unmet medi-
cal need status in combination with substantial post-mar-
keting risk management.'®?

Generally, with new technologies also come new
dilemmas. These dilemmas require continuous and trans-
parent ethical debate in order to reach consensus
between the different stakeholders. While applications of
somatic gene therapy and somatic gene editing for the
treatment of severe diseases have found broad accep-
tance, there are concerns in Society for their unbound
application. For example, the use of genetic modification
for enhancing an individual's traits is deemed ethically
questionable by many. There are already endeavors to
develop tests capable of detecting the use of gene therapy
technology for “gene doping”. Testing athletes in compet-
itive sports should impede the illicit use of gene therapy
techniques for expressing transgenes such as erythropoie-
tin, insulin-like growth factors, or growth hor-
mones.'®>'** Moreover, germline gene modifications
offer the prospect for correcting faulty alleles in all cells
of an individual as well as in his or her offspring and sub-
sequent generations. However, it is generally perceived
that the current state of the technology, linked to the
unpredictable and far-reaching impact of germline modi-
fications on future generations, warrants broad discus-
sion, oversight and regulation.'®® Highlighting the
pressing need for guidelines and oversight on the applica-
tion of human germline gene modification, is the recent
episode involving CCR5 gene disablement in two girls
with the aim of conferring them with resistance to HIV-1
infection.'®® Preeminent issues related with the applica-
tion of gene editing technologies to the human germline
include, besides off-target effects and embryo mosaicism,
a considerable lack of knowledge about the possible con-
sequences arising from altering specific genomic
sequences and associated developmentally-regulated epi-
genetic marks.

In this review, we provided an introduction to gene
therapies based on retroviral, adenoviral and adeno-asso-
ciated viral vector technologies together with an overview
of the state-of-the-art gene editing technologies. Next to
this, we have also briefly covered the potential of this
research on genetic therapies for treating in an effective
and safe manner both inherited and acquired disorders.



ZITTERSTEIIN ET AL.

Despite the variety of issues touched upon, stretching
from the scientific and economic to the ethical, it is sensi-
ble to expect that the registration of novel genetic thera-
pies will continue to grow as well as the efforts to
improve their performance and accessibility to patients.
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