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Abstract: Varicella Zoster Virus (VZV) causes Herpes Zoster (HZ), a common debilitating and
complicated disease affecting up to a third of unvaccinated populations. Novel antiviral treatments
for VZV reactivation and HZ are still in need. Here, we evaluated the potential of targeting the
replicating and reactivating VZV genome using Clustered Regularly Interspaced Short Palindromic
Repeat-Cas9 nucleases (CRISPR/Cas9) delivered by adeno-associated virus (AAV) vectors. After
AAV serotype and guide RNA (gRNA) optimization, we report that a single treatment with AAV2-
expressing Staphylococcus aureus CRISPR/Cas9 (saCas9) with gRNA to the duplicated and essential
VZV genes ORF62/71 (AAV2-62gRsaCas9) greatly reduced VZV progeny yield and cell-to-cell spread
in representative epithelial cells and in lytically infected human embryonic stem cell (hESC)-derived
neurons. In contrast, AAV2-62gRsaCas9 did not reduce the replication of a recombinant virus mutated
in the ORF62 targeted sequence, establishing that antiviral effects were a consequence of VZV-genome
targeting. Delivery to latently infected and reactivation-induced neuron cultures also greatly reduced
infectious-virus production. These results demonstrate the potential of AAV-delivered genome
editors to limit VZV productive replication in epithelial cells, infected human neurons, and upon
reactivation. The approach could be developed into a strategy for the treatment of VZV disease and
virus spread in HZ.

Keywords: varicella zoster virus; latency; reactivation; genome cleavage; CRISPR/Cas9; AAV;
antiviral therapies

1. Introduction

Varicella-zoster virus (VZV) is the human alphaherpesvirus that causes varicella
(chickenpox) during primary infection and herpes zoster (HZ; commonly called “shingles”)
when the virus reactivates from the latent state, often decades after the initial infection [1].
Without immune boosting through the use of HZ vaccines, it is estimated that one-third
of the population will develop HZ in their lifetimes, with incidence rising with age and
declining immune status caused by natural senescence, disease, or iatrogenic causes. HZ
remains a public health concern because it is often complicated by scarring, bacterial
infections, and acute pain that can be debilitating. A significant fraction of HZ patients
develop difficult-to-treat chronic pain states termed post-herpetic neuralgia (PHN), which
can be so severe that they reduce quality-of-life. HZ may also be followed by neurological,
gastrointestinal, and vascular diseases [2—4], as well as potentially blinding complications
that develop after facial zoster [5].

HZ incidence and severity are reduced by boosting the existing VZV-specific immunity
using vaccines. The first HZ licensed vaccine (used since 2005) was based on a higher
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dose version of the live-attenuated VZV strain used in the varicella vaccine, and it reduced
HZ incidence by half and the disease burden by two-thirds [6]. However, it was contra-
indicated in immunocompromised patients who could develop vaccine virus-induced
disease [7,8]. A more recent Federal Drug Administration (FDA)-approved vaccine is
based on the novel AS01B adjuvant and purified VZV glycoprotein E (gE). This subunit
vaccine has higher efficacy against HZ, but requires two doses, has frequent side effects
or injection-site reactions and is not used worldwide [9-11]. Hence, the uptake of the HZ
but current antivirals only target active viral replication. The latent state remains refractory
to any known antiviral treatment [5,12,13]. Thus, VZV diseases still impact millions of
people worldwide and there is a need for improved HZ treatments/prevention.

One of the main hurdles in developing novel VZV therapeutic strategies has been
the difficulty in modeling VZV pathogenesis in animal models. VZV demonstrates high
human specificity, and does not fully replicate or cause disease in rodents, compared to
the modeling of infections and diseases caused by the related herpes simplex virus type 1
(HSV-1) [14]. Indeed, there is no in vivo immunocompetent model of human VZV-induced
primary disease, a VZV latent state that is reactivatable, or HZ-like disease states resulting
from reactivation [1,15]. Attempts to experimentally reactivate VZV from latently infected
human cadaver ganglia have also not yet been successful [16,17]. VZV does replicate in
fetal human tissues harbored in severe compromised immunodeficient (SCID) mice, which
can be used to evaluate pathogenesis and antiviral studies [18-20], but their use can be cost-
prohibitive and requires special animal—experimentation permissions. However, neuronal
culture models have been developed that harbor latent VZV that can be experimentally
reactivated. We previously reported neuronal cultures derived from human embryonic
stem cells (hESC) that model VZV neuronal lytic replication, axonal transport, neuron-
to-neuron spread, and a prolonged viral persistent state that could be experimentally
reactivated by the interruption of the NGF signaling or alteration of histone/chromatin
architecture [21-23]. These and similar neuronal models used by other groups [24-30]
have now established the means to probe the VZV latent state and investigate the potential
targeting of latent and lytic replicating genomes using gene editing. Targeted CRISPR /Cas9
and specific homing meganucleases have been explored to target HSV-infected neurons
and in murine neuronal models of disease and latency in vivo [31-33], as well as human
cytomegalovirus (hCMV) and Epstein—Barr virus in cultured immune-cell models [34-36].
However, gene-editing strategies have not yet been studied for antiviral targeting of VZV
replication or its latent state, as far as we are aware.

In this study, the potential of gene editing to target VZV genomes as a means to
prevent lytic, latent, and reactivated infections was investigated. The Staphylococcus aureus
CRISPR/Cas9 (saCas9) system was exploited because it has a high specificity and small size,
permitting efficient packaging into AAV together with guide RNA [37,38]. VZV essential
and duplicated genes present in the internal and terminal genome repeat regions were
targeted, allowing for the cleaving of genomes at more than one position using a single
vector. The VZV genome contains three duplicated genes in the repeated sequences bound-
ing the short unique region, ORFs 62/71, 63/70 and 64/69 [39,40]. Of these, ORFs 62/71
and 63/70 encode regulatory proteins [41,42] that have been shown to be essential [43,44].
Furthermore, ORF62 encodes IE62, the VZV ortholog of the well-characterized HSV-1 ICP4
transcriptional transactivator that is required for the expression of all HSV-1 early and late
genes. The HSV-1 ICP4 activates transcription by recruiting the host-cell transcriptional
machinery to the genome [45]. VZV IE62 enhances the infectivity of transfected VZV
DNA [41,46] and has a sufficient functional-conserved structure to HSV ICP4 so that it
can partly replace ICP4 in the HSV genome leading to the production of an infectious
virus [47,48]. We selected AAV vectors for delivery because AAVs have been used both in
animal models as well as clinical trials for neuronal delivery, with promising therapeutic de-
livery potential [49-53]. Here, we demonstrate that AAV2-packaged saCas9 targeting VZV
ORFs 62/71 can greatly reduce VZV lytic replication in epithelial cells and lytic-infected
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human neurons, severely curtail VZV growth and damage the virus following reactivation
from latency in neuron cultures.

2. Materials and Methods
2.1. Cells and Viruses

All cell lines except the NIH-registered human embryonic stem cell line Wa09 (H9)
were purchased from ATCC. Cell-culture reagents were obtained from Thermo Fisher
Scientific (Waltham, PA, USA) unless otherwise noted. The Wa(09 (H9) was obtained from
WiCell (Madison, WI, USA) and differentiated into neurons as detailed previously [22].
Retinal-pigmented epithelial (ARPE-19) and HEK 293 cells were grown in Dulbecco’s Mini-
mal Essential Media (DMEM, #10569-010) supplemented with 10% fetal bovine serum (FBS;
#511150, R&D Systems, Minneapolis, MN, USA), 100 units/mL penicillin + 100 mg/mL
streptomycin + 0.25 mg/mL amphotericin B as an antibiotics /antimycotic solution (#ABL02,
Caisson, Smithfield, UT, USA). Human melanoma (MeWo) cells were maintained in Mini-
mum Essential Media (MEM) supplemented with 10% FBS and antibiotics/antimycotic.

All infection studies used virus or viral recombinants based on the Parent of Oka
(pOka) strain, a wildtype clinical isolate that was the parent of the live attenuated varicella
and zoster vaccines. Cell-associated VZV were prepared as previously described [54],
as infected ARPE-19 cells that were frozen after mitotic inhibition with growth media
containing 0.01 mM mitomycin C (#A4452, ApexBio, Houston, TX, USA) for 34 h. at
37 °C. Cell-associated VZV was slow-frozen at —80 °C overnight in media containing 10%
DMSO before long-term liquid-nitrogen storage. Frozen aliquots were titrated in triplicate
for subsequent infections. Cell-free VZV was prepared using a previously published
protocol [55], stored aliquoted in liquid nitrogen, and titrated after freezing for use in
subsequent infections.

2.2. CRISPR/Cas9 Plasmid and gRNA Design

Three optimal gRNA target sequences with PAM motifs and guide length that were
predicted to target saCas9 to each of ORF62 and ORF63 were selected using an online
protocol from the Zhang lab [37] and Software (Benchling Inc., San Francisco, CA, USA).
Oligonucleotides (Table 1) were synthesized by Integrated DNA Technologies (Integrated
DNA Technologies INC., Coralville, IA, USA). Oligonucleotide annealing and cloning into
the backbone vector pX601 (pX601-AAV-CMV:NLS-SaCas9-NLS-3xHA-bGHpA;U6::Bsal-
sgRNA was a gift from Feng Zhang; Addgene plasmid # 61591; http:/ /n2t.net/addgene:
61591; RRID:Addgene_61591 accessed on 10 January 2022) were performed as published
online (https:/ /media.addgene.org/cms/filer_public/6d/d8/6dd83407-3b07-47db-8adb-
4fada30bde8a/zhang-lab-general-cloning-protocol-target-sequencing_1.pdf accessed on
10 January 2022). Briefly, the vector was digested with Bsal and a dsDNA formed by the
hybridization of the two oligonucleotides was ligated into the pX601 plasmid, where pX601
expresses saCas9 and the inserted gRNA from the same vector. A vector expressing Strepto-
coccus Pyogenes CRISPR/Cas9 targeting the intergenic region between UL3 and UL4 was de-
veloped using the pX330 vector (pX330-U6-Chimeric_BB-CBh-hSpCas9 was a gift from Feng
Zhang (Addgene plasmid # 42230; http:/ /n2t.net/addgene:42230; RRID:Addgene_42230
accessed on 10 January 2022), as previously described [56,57]. Primers used for making
gRNA are listed in Table 1.

2.3. Preparation of AAV

AAV reporter vectors of different serotypes expressing the green fluorescent protein
under the chicken (3-actin promoter CAG were acquired from Virovek (Virovek, Hayward,
CA, USA). High titer (10'3 viral genome copies (GC) per mL) ORF62-targeting AAV2 and
a pX601 vector-only control lacking gRNA, were prepared by Penn Vector Core’s Gene
Therapy Program (https://gtp.med.upenn.edu/, accessed on 10 January 2022). Lower
titer (approximately 10!° GC/mL) control or ORF62-targeting AAV2 for use in preliminary
experiments were made by transfecting HEK293 cells with the control pX601 (with no
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gRNA) or ORF62-targeting plasmid (pX601+62-1 gRNA), along with plasmids expressing
AAV2 replication gene (pRC2-mi342 vector) and a helper plasmid that expresses adenoviral
helper proteins (pHelper; Takara, Kusatsu, Shiga, Japan) using the Xfect reagent (#631318,
Takara). 6 h after transfection, media was changed to fresh DMEM with 10% FBS and
cells were further incubated at 37 °C 5% CO, for 72 h. Cells were then harvested into an
AAV lysis buffer (50 mM Tris, 150 mM NacCl, 0.05% Tween-20, pH 8.5) and subjected to
three freeze—thaw cycles. AAV were then purified using a published protocol in which
a discontinuous 15%—-25%—40%-60% iodixanol gradient was used. Virus at the interface
between 40% and 60% iodixanol was harvested after centrifugation at 200,000 g for 2 h. at
18 °C [58,59]. Samples were then concentrated into 0.001% Pluronic F68 with 200 mM NaCl
in D-PBS using Amicon Ultra-15 centrifugal filters (#C7715, Millipore Sigma, Burlington,
MA, USA) and spun at 3700x g for 20 min at 4 °C. AAV stocks were then aliquoted and
stored at —80 °C until use. An aliquot of each virus produced was titered by quantifying
AAYV genomes using qPCR as detailed below.

Table 1. gRNA Oligos.

Gene Direction Primer Sequence (5" — 3)
ORE F CACCGCTGGTTGAAGTCCCGATACGGA
62-1 R AAACTCCGTATCGGGACTTCAACCAGC
ORFé2.2 F CACCGCCGGCTTTTTACCCGAGATGGA
62- R AAACTCCATCTCGGGTAAAAAGCCGGC
ORFe2 F CACCGCAGCGCTCTACACCCCAACGCG
62-3 R AAACCGCGTTGGGGTGTAGAGCGCTGC
ORFes.1 F CACCGATACGCGGGTGCAGAAACCG
- R AAACCGGTTTCTGCACCCGCGTATC
ORF63.2 F CACCGAAGACGGGTTCATTGAGGCG
63- R AAACCGCCTCAATGAACCCGTCTTC
ORE F CACCGTTGAATTTCGGGATTCCGACG
63-3 R AAACCGTCGGAATCCCGAAATTCAAC
ULsa F CACCGGTGACGAGCGCGATCCGGC
g R AAACGCCGGATCGCGCTCGTCACC

2.4. Quantification of Viral Genomes

The pX601-based AAV vectors were quantified by SYBR qPCR as described previ-
ously [60], using PowerUp SYBR Green Master Mix (#25741, Thermo Fisher Scientific) and
primers that amplified a 93 bp fragment of the saCas9 gene in all pX601 vectors (Table 2,
“SaCas9”). Linearized plasmid DNA served as the standard, and all measurements were
performed in triplicate. PCR conditions were 50 °C for 2 min; 95 °C hot start for 5 min;
45 cycles of: 95 °C for 15 s, 8 °C for 10 s and 72 °C for 45 s, followed by a dissociation
curve analysis (95 °C for 15 s, 60 °C for 60 s, 95 °C for 15 s) to exclude the nonspecific
amplification and formation of primer-dimers.

Table 2. Primers for Quantification of AAVs.

Gene Direction Primer Sequence (5" — 3)
GaC L AGAAATACGTGGCCGAACTG
aCas9 R TCACGTAGTCGCTGGTCTTG
F CGGTCGAGGAGGAATCTGTG
ORF49 (VZV genome) R CCGTTGCACGTAACAAGCTC

For quantification of VZV genomes, the PowerUp SYBR Green Master Mix was again
used with primers that amplified a 60 bp fragment of the VZV ORF49 gene (Table 2, “ORF49
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(VZV genome)”). DNA isolated from cell-free VZV-pOka of known genome copy number
content was used to generate a standard curve for genome number. The qPCR conditions
were 50 °C for 2 min, 95 °C hot start for 5 min; 45 cycles of: 95 °C for 15 s, 58 °C for
10 s and 72 °C for 45 s. Dissociation curve analyses from 60 to 95 °C were performed as
described above.

2.5. Generation of Recombinant VZV

VZV were generated using a modified version of an established bacterial artificial
chromosome (BAC) system (pOka DX), based on the VZV parental Oka strain (pOka)
containing a self-excisable mini-F replicon [61,62]. The parent BAC (pOka DXRR 57Luc-
ZeoR) was partly detailed elsewhere [63], and is corrected for two nonsynonymous coding
mutations in ORFs 40 and 50 that differed from the sequence of the parental pOka strain.
It also contained a firefly luciferase reporter fused in-frame to the ORF57 gene using T2A
ribosome skipping motif, and is expressed from the ORF57 late promoter (PRK and MBY,
manuscript in preparation). The BAC was manipulated using two-step, markerless A-Red-
mediated recombination as previously described [61,62] in the E. coli strain GS1783 (a
gift from Dr. Gregory Smith, Northwestern University, Chicago, IL, USA). The G51783
contains a cassette of L-arabinose-inducible expression of the IScel homing restriction
enzyme and the 42 °C heat-inducible expression of the A-Red recombination genes. All
PCR amplifications for cloning and recombineering were performed using high fidelity
PrimeSTAR GXL polymerase (#R050B, Takara). Final manipulated BACs were evaluated
by restriction fragment length polymorphism (RFLP) analyses and BACs made into viruses
were sequenced across the relevant sites of insertion and/or mutagenesis.

A VZV dual reporter BAC and virus were developed in which the fluorescent mCherry
reporter gene was fused to the N-terminus and in-frame with ORF23, which encodes a
minor capsid protein. This was derived by PCR-amplification from the plasmid pmCherry-
kan, which contained a reversable IScel site containing a kanamycin resistance cassette
(kan") derived from the plasmid pEPS-kan2 (a gift from Dr Gregory Smith, Northwestern
University, Chicago, IL, USA). Resolving the internal kan” cassette by inducing a further
recombination concurrent with the induction of IScel expression resulted in BACs with
restored mCherry-ORF23. The VZV derived from this BAC was termed VZV DR (dual
reporter) and expressed mCherry from the ORF23 promoter and luciferase from the ORF57
promoter. Then, the ORF71 coding sequence was replaced with a PCR-amplified ampicillin
resistance cassette (amp"), selecting for gain of ampicillin resistance in addition to resistance
to chloramphenicol (chmR is directed by the replicon) and zeomycin resistance (directed
by a cassette inserted downstream of the luciferase at ORF57). VZV derived from this
new BAC (VZV DR-A71) contained two quantifiable reporters and one copy of the ORF62
gene. Evaluation of virus at passage 6 by Southern blotting confirmed that the virus
contained a restored ORF71 derived from ORF62 gene (VZV-DR-A71: data not shown). The
VZV BAC DR-A71 was then further subjected to a recombinatorial mutation of the ORF62
gRNA-targeted sequence region to derive VZV DR-62gmut mutant BACs and viruses. Two
primers were used to amplify kan" from pEPS-kan2 (Table 3, “gRNA region primers”).
These changed eleven base pairs of the DNA sequence of ORF62 targeted by the 62-1 gRNA,
without altering the encoded ORF62 amino acids (Table 3 “Wobble base pair changes”).
The PCR amplified DNA was recombined into ORF62 in the BAC VZVA71, then selecting
BAC:s for gain of kanamycin, chloramphenicol, and zeomycin resistance. RFLP was used
to identify BACs and the kan" was reversed out of the BAC by a second recombination
and the induction of IScel expression, as detailed elsewhere [61,62]. Sequencing across the
region in the BAC and of the resulting virus after passage 6 confirmed the presence of the
desired engineered mutations.



Viruses 2022, 14, 378

6 of 24

Table 3. Primer Design for VZV DR-62gmut BAC Recombineering.

Gene Direction
F GTCATGGTGGGACGGGAACATGAGATCGTTTCAATTCCCagt
62 gRNA region primers GTeagtGGcCTgCAgCCtGAACCCAGAAGGATGACTACGATAAGTAGG
5 —3)2 R TTGTGTTAGCTCTTCGCCAACATCTTCCGTTCTGGGTTCaGGc
TGcAGgCCactgACactGGGAATTGAAAGGGTAATGCCAGTGTTAC
VZV DR TCC GTA TCG GGA CTTCAACCAG —
Wobble base pair changes ® S8 Voo S70 G71 L72 Qrs Py
VZV DR-62gmut agt GTc agt GGc CTg CAg CCt G —

Ses Vo S70 G71 Lo Q73 Pra

2 = 62 gRNA region primers that were used to alter the gRNA region. Uppercase non-italic letters denote bases that
match sequence to that of VZV ORF62 pOka wild-type sequence; bases in italics denote sequence that recognizes
the kanamycin resistance cassette for PCR amplification. Lowercase letters represent altered bases designed
to change the 62-1 gRNA recognition site. = Wobble base pair changes that were engineered into the gRNA
recognition sequence are shown for VZV DR-62mut, while the parental wild-type sequence is shown for VZV DR.
The top line in each segment shows the DNA sequence and the bottom line shows the encoded amino acids as
one-letter amino acids and their residue numbers in the ORF62 protein. Lower case letters indicate the mutated
bases engineered by the primers.

2.6. Virus Derivation and Growth Curves

The virus was generated from the BACs that were just detailed after their trans-
fection into MeWo cells, using Lipofectamine 3000 (#L3000015, Thermo Fisher Scien-
tific) with 2.5 pg of purified BAC DNA and 100 ng each of plasmids expressing ORF61
and ORF62 DNA under the constitutive hCMV immediate-early promoter, as detailed
previously [64,65]. Upon the appearance of fluorescent plaques, infected cultures were
amplified by trypsinization and replated with uninfected ARPE-19 cells until they exhibited
>80% cytopathic effect. Viruses were further amplified for a minimum of six passages to
self-excise the BAC replicon elements and restore ORF71. Virus stocks were generated
from ARPE-19-infected cultures showing >80% cytopathic effect, after treating cultures
with 0.01 mM mitomycin C for 3-4 h. at 37 °C prior to harvesting for cryopreservation, as
detailed previously [65].

Virus growth curves were determined as detailed previously [64,65], initiating infec-
tions in confluent 6-wells with approximately 400 pfu of virus (per 0.5 x 10° cells in a single
well) from cryopreserved, pre-titered, mitomycin C-treated aliquots of infected ARPE-19
cells. All assays were performed in triplicate. At the desired times after infection, infectious
virus-associated cells were quantified by trypsinizing the monolayers and then seeding
serial dilutions onto ARPE-19 monolayers grown in 6 wells seeded 24 h. prior and at 80%
confluency. At 4-5 dpi, the formed plaques were counted under a fluorescent microscope,
and averaged from the triplicate values. Titers were normalized to the exact titer of virus at
day 0 determined from the inoculate and then normalized to parental virus VZV DR.

2.7. Neuron Cultures

Neuron cultures were prepared using a previously published protocol [22] based on
the differentiation of H9 human embryonic stem cells (hESC) cultured on feeder cells for
1-2 weeks. HO cells were then further amplified on a feeder-free platform. This used
StemFlex™ medium supplemented with StemFlex™ supplement (Thermo Fisher Sci-
entific) and antibiotic/antimycotic. Cells were grown on 6-well dishes pre-coated with
GelTrex Basement Membrane Mix (#A1413302, Thermo Fisher Scientific). Colonies were
passaged either by manual dissection or using ReLeSR™ Enzyme-free cell selection and
passaging reagent (Stemcell Tech., Vancouver, BC, Canada), per the manufacturer’s instruc-
tions. Following either method, ROCK inhibitor Y-27632 (#51049, Selleckchem, Houston,
TX, USA) was added to the culture media for 24 h. to increase cell survival and deplete
dividing cells. Neural precursor cells (NPCs) were generated from hESC by co-culture with
the PA6 mouse stromal fibroblast cell line (RIKKEN BioResource Center, Tsukuba, Ibaraki
Province, Japan) as detailed previously [66,67]. For terminal differentiation, neurospheres
were added to culture dishes coated sequentially with Poly-D Lysine (PDL) and GelTrex
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and cultured for 14 days in a Neuron Medium (Neurogenic Medium supplemented with
CultureOne (#A3320201, Thermo Fisher Scientific).

For the fluorescent monitoring of VZV infections of neurons, neurospheres were
seeded on coated 12-well glass bottom plates (P12-1.5P, Cellvis, Mountainview, CA, USA)
and differentiated in neuron differentiation media for at least 14 days. Infections were
initiated with PBS-washed, mitomycin-C treated VZV-infected ARPE-19 cells. Medium
was changed the next day and every 2-3 days after. Latent infections were initiated with
cell-free virus stocks of a previously detailed recombinant VZV (VZV66GFP) that expressed
ORF66 as a GFP-ORF66 fusion [22,68] Latently infected neurons were then maintained in
media containing 50 uM acyclovir (ACV, #A1915, Tokyo Chemical Industry, Tokyo, Japan)
to block sporadic lytic initiation events, as previously described [23]. Latent infections
were monitored for at least one week after infection in the absence of ACV by fluorescent
microscopy screening to remove from consideration any cultures showing breakthrough
GFP expression as a marker for productive infection. For reactivation, the media was
then replaced with the same media lacking ACV and NGF, but including 50 ug/mL anti-
NGF (Biolegend, 617904) and 50 ng/mL 12-O-tetradecanoylphorbol-13-acetate (TPA; #1201
Tocris Biochemicals, Bristol, UK). Reactivation was monitored for 1-2 weeks by microscopic
screening for GFP expression. To quantify the reactivated virus, treated neurons were
dissociated by manual dislodging and trituration, then by replating dilutions of the neurons
onto confluent ARPE-19 monolayers. Foci of infection were counted 4 days later, using a
fluorescent microscope.

2.8. Fluorescent Microscopy

Live neuronal cultures were monitored using a Nikon TI fluorescent microscope with
a 10x air objective (N.A. 0.30). Imaging of fixed neuron cultures followed previous detailed
procedures [22,23]. Neurons were immunocytochemically identified by chicken anti-beta
tubulin III (Novus Biologicals, Moon Township, PA, USA) in 10% heat inactivated goat
serum (HIGS) in PBS. Bound antibodies were detected using secondary goat anti chicken
antibodies linked to AlexaFlor-594 (#A-11042, Thermo Fisher Scientific,). Cultures were
then mounted in mounting media containing 4’,6-diamidino-2-phenylindole (DAPI) to stain
nuclei. Images for all samples in each experiment were captured under identical acquisition
settings and processed using Metamorph software (Version 7.7, Molecular Devices, San
Jose, CA, USA). VZV fluorescent foci in infected epithelial cells were imaged at 4 dpi after
growth at 34 °C after fixing in 4% paraformaldehyde and washed with 1 x PBS. Multiple
images containing entire individual foci that did not touch any borders or other plaques
were acquired under identical acquisition settings with CellSens software (Olympus, Tokyo,
Japan) on an Olympus IX83 microscope with a 10x (IN.A.030) air objective. Data was
exported and analyzed for size using Metamorph.

2.9. Flow Cytometry and Statistical Analyses

Flow cytometry was used to quantify GFP-fluorescent positive HEK293 cells in the
initial evaluation of the efficiency of gRNAs to target genes and block protein expression.
All flow cytometry samples were collected and analyzed using a BD FACSAria cytometer
(Becton, Dickenson, and Co., Franklin Lakes, NJ, USA) and Flow]Jo software (Flow]Jo,
Ashland, OR, USA). Statistical analyses were performed using GraphPad Prism software
(GraphPad, La Jolla, CA, USA). Where indicated, error bars represent standard deviation
(SD) or standard error of the mean (SEM) as specified in the figure legends.

3. Results
3.1. Characterization of VZV-Specific gRNAs for In Vitro Specificity

The goal of the studies was to assess the potential of using gene editing as an anti-viral
strategy targeting VZV, not only in lytic-infected cells that are permissive for VZV, but also
in reactivating neuron cultures. We recently detailed a hESC-derived neuron culture system
that can host a VZV model latent state that can subsequently be reactivated [23]. Gene
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editing has potential to target the latent genome before reactivation. Gene editing strategies
targeting HSV-1 have suggested that two sites of double stranded breaks (DSBs) are more
efficient in reducing the HSV genome load and progeny virus production compared to
single genome DSB sites, which can repair. The latter can still be disruptive as a consequence
of errors in DNA repair that result in indels in a single-copy critical gene [33,69]. Our gRNA-
based saCas9 antiviral strategy targeted duplicated essential VZV genes. Both ORF63/70
and ORF62/71 lie in the large reiterated genomic regions bounding the short unique
region. This region also contains the ORF64/69 gene pair, but this pair has been shown
to be dispensable for in vitro replication in culture, and in human T cells and human
fetal skin that is harbored in SCID-hu mice [43]. VZV ORF 62/71 protein functions as
the major transcriptional activator (transactivator) in VZV [41], while ORF63 protein has
regulatory [70] and anti-apoptotic [71] activities, and ORF63 transcription is associated
with latency [72]. One report has suggested that ORF63 is not essential for VZV culture
growth [73], while others report ORF63 as absolutely required for VZV replication [43].

Three gRNA candidates for each gene were selected based on an optimal on/off-
target specificity, the presence of the PAM motif, and length. The appropriate hybridized
oligonucleotides were then cloned into the AAV-based pX601 backbone plasmid (Table 1) co-
expressing saCas9. We then conducted a preliminary study to demonstrate that each gRNA
construct was able to target the respective gene. Each pX601-based plasmid or control
(pUC19 and pX330-UL 3/4) plasmid was co-transfected with corresponding CMV IE
promoter-driven ORF-GFP fusion constructs into HEK293 cells. We reasoned that cleavage
by the targeted saCas9 should prevent translation of the protein and reduce expression of
the GFP reporter, measured by flow cytometry. Comparison of the three ORF62-specific
gRNA constructs revealed that each greatly reduced the expression of GFP from the CMV-
62GFP reporter as compared to control plasmid co-transfected cells (Figure 1a). A similar
but slightly different protocol was then used to evaluate ORF63-targeting gRNAs, in which
a single set amount of CMV-ORF63-GFP fusion (500 ng) was co-transfected with control
plasmids pUC19 or pX601 containing the 62-1gRNA or the 3 different 63gRNA templates.
All of the 63gRNA showed a reduced level of GFP expression from both ORF63 N-terminal
(GFP ORF63)- or C-terminal (ORF63 GFP)-tagged expression plasmids, when compared
to the non-targeting CRISPR/Cas9 constructs. Taken together, the data suggested that all
gRNAs could efficiently target the respective gene. We then selected the “62-1” ORF62-
targeting construct (62-1gR-saCas9) for further development.

3.2. AAV Serotypes for Delivery to VZV Permissive Epithelial Cells and Human Stem
Cell-Derived Neurons

AAV capsid serotypes confer different tissue tropisms [74—77]. We considered it im-
portant to identify an AAV serotype that transduces epithelial cell lines that support VZV
replication, in addition to being able to transduce hESC-derived neurons that can harbor
model VZV reactivatable latent states. A preliminary study was conducted with four com-
mercially acquired AAV neurotropic serotypes containing CAG-GFP reporters (serotypes
2,5.2,8.2, and 9), which have been previously exploited for murine-neuron delivery [78].
AAV 5.2 and 8.2 recombinant serotypes contain modifications of the corresponding WT
serotypes that are potentially better able to escape cellular vesicles once endocytosed, avoid-
ing lysosomal breakdown (Virovek, Hayward, CA, USA). AAV transduction with each
serotype was performed at equivalent genome copy levels per cell and the transduction of
MeWo and ARPE 19 cells was assessed by determining the fraction of cells showing GFP
expression, using flow cytometry after 3 days incubation (Figure 2a). AAV2 appeared to be
efficient in transducing both MeWo and ARPE19 cells, as GFP expression was detected in
nearly 100% of the cells for both lines. Other serotypes did not result in GFP expression in
the majority of cells of both lines. The ability of each serotype to transduce and express GFP
in hESC-derived neurons was also confirmed. Fluorescent microscopy images (Figure 2b,
enlarged in Supplemental Figure S1) indicate that all four serotypes resulted in GFP expres-
sion in the hESC-derived neuron culture platform. For AAV2, the GFP intensity appeared
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weaker than that seen after neuron transduction with AAV5.2, but AAV5.2 appeared to
transduce a lower proportion of neurons compared to AAV2.
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Figure 1. A preliminary study to evaluate ORF62- and ORF63-targeting gRNAs in pX601 to prevent
gene expression. (a) HEK 293 cells in 6-well plates were transfected with a range (0-2000 ng) of
CMV-ORF62-GFP plasmid, along with 2 ug of plasmid pUC19; a pX330-based plasmid with a gRNA
template derived from HSV UL3/4; or pX601 AAV plasmids containing the templates for ORF62
gRNAs 1-3, constructed as detailed in the Methods. To maintain the same level of DNA in each
transfection, pUC19 was added. At 36 h post transfection, cells were harvested by trypsinization and
analyzed by flow cytometry to determine the mean fluorescence intensity (MFI) for each treatment.
(b) To determine the optimal gRNAs for targeting ORF63 in pX601, HEK293 cells in 6-wells were
co-transfected with 500 ng of CMV-promoter-driven ORF63-GFP plasmid expressing a C-terminal
tagged GFP (63GFP) or a similar plasmid-driving expression of N-terminal tagged GFP (GFP63);
each with either 1500 ng of pUC19 DNA, the px601 containing the 62-1gR template, or one of three
selected pX601 plasmids containing the ORF63-gR templates as detailed in Table 1. After 72 h, the
cells were subject to flow cytometry and the MFI was determined using FlowJo software. The data
represent the MFI of single transfections performed in parallel and were not statistically evaluated.
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Figure 2. A preliminary study of AAV serotypes able to deliver to epithelial cells and neurons. (a) The
fraction of two VZV permissive epithelial cell lines (MeWo and ARPE-19) that expressed GFP, as
determined by flow cytometry, after infection with 5 L of 101> GC/mL AAV per well of a 6 well
plate with AAV-GFP serotypes 2, 5.2, 8.2 or 9. AAV-mediated expression was measured by flow
cytometry at 3 days post transduction and is represented as a fraction of the total cell population,
using gates selected by analyses of untransduced cells. Of the four serotypes evaluated on MeWo and
ARPE-19 cells, AAV-2 was the most efficient at transducing both cell types to express GFP. The study
represents single transductions and was not statistically evaluated. (b) To qualitatively establish the
transduction of hESC-derived neurons, neurons cultured in 12-well dishes were transduced with
1.25 x 10" GC per 12-well of each GFP-expressing AAV serotype. The AAV-mediated expression
of GFP was imaged at multiple (>5) non-overlapping random positions at 6 days. Representative
images are shown that reflect GFP expression in neuron cultures. Further quantification could not be
determined due to the heterogeneous and three-dimensional nature of the neuron cultures.

These observations are consistent with previous studies reporting the ability of AAV2
and AAV5 to transduce ARPE-19 cells [79] and murine neurons [80]. The three-dimensional
nature of hESC-derived neuron cultures [22] did not permit more accurate quantitation
of neuronal transduction, but given the ability of AAV2 to efficiently transduce VZV
permissive epithelial cells close to 100%, we selected AAV2 for packaging of the pX601-
based vectors containing saCas9, with or without the 62-1 guide RNA.

3.3. AAV-62-1gR-saCas9 Reduces VZV Lytic Replication in Epithelial Cells

High-titer preparations of AAV2-packaged saCas9 with (AAV-62-1gR-saCas9) or
without (AAV-saCas9) the 62-1 gRNA sequence template were obtained at more than
102 GC/mL and subsequently evaluated for their ability to prophylactically reduce lytic
replication in VZV-infected ARPE-19 cells. ARPE-19 were mock treated or transduced with
each AAV at 10* GC/cell and 4 days later, cultures were infected with a low dose (500
pfu per well of a 6-well plate) of mitomycin C-treated, cell-associated VZV DR or VZV
DR-A71 (see Methods in Section 2). Southern blot analyses of DNA from VZV DR-A71 after
6 passages in culture established that ORF71 in the virus was restored by the reduplica-
tion of ORF62 (data not shown), as expected from similar previous mutagenic studies of
ORF62 in the BAC from our group [64]. Parallel infected cultures were harvested multiple
times after VZV infection and assessed for the expression of the kinetically late ORF57
promoter-expressed luciferase activity.

In ARPE-19 cells not pretreated with AAV before VZV infection, or in cells pretreated
with AAV-saCas9 (no guide RNA), VZV luciferase activity reported an increase in growth of
both VZV DR and VZV DR-A71 over time. Strikingly and in contrast, cells pretreated with
10* GC/cell of ORF62-targeting AAV showed a dramatic reduction in the VZV reporter
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activity over time as compared to untreated and AAV-saCas9 controls for both viruses.
This indicated that AAV-62-1gR-saCas9 was highly effective at reducing progeny virus
production (Figure 3a). The VZV derived from a BAC in which ORF71 was deleted gave
very similar results to VZV DR, as expected. An assessment of viral growth visualized by
mCherry expression in infected foci (Figure 3b) supported the luciferase studies, in that
both focus size (Figure 3c) and the number of focus numbers at 4 dpi (Figure 3d) were
vastly reduced in cells pretreated with AAV-62-1gR-saCas9, compared to controls, for both
VZV DR and VZV DR-A71. These data indicate that the AAV-62-1gR-saCas9 blocks lytic
replication of VZV in infected epithelial cells. Furthermore, the reduction in foci numbers
developing in AAV-62-1gR-saCas9 pretreated cells strongly suggests that some infected
cells failed completely to initiate the productive spreading foci of infection.
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Figure 3. AAV-62-1gR-saCas9 reduces VZV productive infection in infected epithelial cells. (a) The
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12-well plates of near confluent ARPE-19 cells were pre-treated with 10* GC/cell of the different
AAV and at 4 days post transduction, cells were infected with 500 PFU/well of cell-associated VZV.
VZV replication was measured using luciferase-reporter expression from the ORF57 gene at 4, 6, 8,
and 10 days after VZV infection. Cell extracts were diluted 1000-fold prior to the assay. Significant
differences between treatments, defined as p < 0.01 using a 2-way ANOVA with Geisser-Greenhouse’s
correction, are indicated by two asterisks (**). The box below the graph illustrates the components
added to each condition and each condition was performed in triplicate. RLU = Relative Light Units
(b) Representative images of infectious foci by phase-contrast imaging (first column, in gray) and by
live cell fluorescence for the ORF23 promoter-driven mCherry (second column, in red) at 4 days after
VZV infection in ARPE-19 cells. The boxes to the right illustrate the virus (third column) and the
AAV (fourth column). (c) Quantitation of fluorescent focus size determined from at least 9 and less
than 31 isolated, nonoverlapping foci measured for each sample condition (**** = p < 0.0001, 1-way
ANOVA with Tukey’s multiple comparisons test). The average size is indicated by the horizontal bar.
(d) Average visible focus counts per 6 well that were observable under 10x objective. The number of
foci/well (bars represent counts from triplicate wells) were clearly reduced in AAV-62-1gR-saCas9-
pretreated samples infected with WT-like VZV, compared to cells infected with vectors expressing
SaCas9 without guide RNA (“AAV-saCas9”) (*** = p < 0.0001, 2-way ANOVA with Tukey’s multiple
comparisons test). All data shown is from one of two experiments with similar results. Error bars
represent STD. ns = not significant.

The AAV-62-1gR-saCas9 was designed to specifically target VZV at the ORF62/71
gene, but a well-known issue with gene editing technologies is the possibility of off-target
effects. It is conceivable that a cellular factor required for VZV replication was damaged
by off-target activities that would result in similar observations to those reported above.
Therefore, as an additional control, two VZV recombinants in the background of VZV
DR-A71 were derived, in which the guide RNA target sequence was mutated at 11 bases
in the codons of ORF62 (VZV DR-62gmut clones #18 and #36) that maintained the same
encoded open reading frame residues for ORF62. The expectation was that the substitutions
of 11 bases in the Cas9 recognition region of ORF62 would render the 62-1 gRNA no longer
able to recognize and cleave at this location (Table 3). If the effect was acting though
off-target activities, it would still impair the viral replication of such viruses. Growth curve
analyses of the two VZV mutants after low-MOI infection of ARPE-19 monolayers indicated
that the rate of luciferase expression over time was only slightly less than that of VZV DR,
suggesting the silent mutation of codons might have a very minor influence on growth
(Figure 4). However, testing the growth of one of these viruses (VZV DR-62gmut # 1-18) in
the same conditions as those used in the experiments shown in Figure 3 revealed that in
AAV-62-1gR-saCas9-pretreated cells, the mutant VZV grew at rates similar to that in cells
that were not AAV-pretreated or pretreated with the AAV-saCas9 control. The mutant virus
did not show the dramatic reduction in luciferase activity, plaque size and plaque number
as seen for the parental VZV DR and VZV DR-A71 viruses. These experiments strongly
suggest that the reduction of VZV replication by pretreatment with AAV-62-1gR-saCas9
was a consequence of the specific targeting of VZV ORF62/71 DNA.

3.4. AAV-62-1gR-saCas9 Reduces VZV Lytic Replication in hESC-Derived Human
Neuron Cultures

The ability of AAV-62-1gR-saCas9 treatment to block lytic replication in hESC-derived
neurons was then evaluated. We have previously shown that hESC-derived neuron cultures
are able to support the spreading of productive VZV infections [22,23,81]. Neurons that
were differentiated from neurospheres for 3 weeks were transduced with approximately
10* GC/cell of AAV or left untreated. Four days later, the cultures were infected with
500 PFU of mitotically inhibited VZV DR-infected ARPE-19 cells. Viral growth was moni-
tored visually at the same position in the cultures by microscopy over a 10-day period, and
representative live-cell images of the foci of fluorescence in the neuron cultures at day 10
post infection are shown in the first column of Figure 5a. In non-AAV treated, AAV-saCas9
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pre-treated and AAV-62-1gR-saCas9 pretreated neurons infected by VZV DR-62gmut, foci
of VZV infected neurons (indicated by red fluorescence) clearly developed over the 10-day
incubation period (Figure 5a). However, neuron cultures treated with AAV-62-1gR-saCas9
that were infected with VZV DR or VZV DR-A71 developed only very small foci of red
fluorescence that involved only a few neurons, far fewer than seen in the controls. This
suggested the virus in this group was not able to spread and form foci as efficiently as
infected neurons in wells receiving other treatments (Figure 5a). To obtain a more quantita-
tive assessment, the infected neuron cultures at 10 dpi were dislodged, triturated, serial
diluted and re-seeded onto monolayers of ARPE-19 cells. Infectious centers that formed
from all non-AAV-treated or control AAV-saCas9-pretreated neurons after 5 days were ap-
proximately the same size, as were the infectious centers formed from AAV-62-1gR-saCas9
pretreated cultures infected with VZV DR-62gmut virus. However, plaques formed on
ARPE-19 cells co-cultured with neurons that were infected with VZV DR or VZV DR-A71
after pretreatment with AAV-62-1gR-saCas9 were not only dramatically reduced in number,
but at the highest concentration of neurons seeded onto ARPE-19 monolayers, only tiny
foci of infection involving a few fluorescent cells were seen. No wildtype-sized plaques
developed after neuron seeding on ARPE-19 under these conditions. Even taking such
small foci of infection as positive, the number of infectious centers for VZV DR and VZV
DR-A71 on neurons pretreated with AAV-62-1gR-saCas9 were more than a hundred-fold
fewer compared to the non AAV-treated, mock AAV-treated, or VZV DR-62gmut-infected
controls (Figure 5b). The strikingly reduced size of the plaques formed by progeny virus
after AAV-62-1gR-saCas9 treatment suggested that virus produced from treated neurons
was unable to replicate to wild type levels. These results strongly suggest that AAV-62-1gR-
saCas9 pretreatment not only efficiently reduces the production of the progeny virus in
infected neurons but also, when virus is produced, it is damaged and severely impaired for
further replication.
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Figure 4. VZV DR-62gmut grows similarly to WT VZV. Naive ARPE19 cells were infected with
equivalent amounts of VZV-infected ARPE-19 mitomycin C treated cells, as detailed in the methods.
Luciferase activity was measured daily. Graphs show the growth of two independently isolated
clones (“#1-18” and “#1-36") of VZV DR-62gmut and VZV DR WT-like reporter virus. Each point
represents the average of four replicates and the data shown is representative of two independent
experiments. Error bars represent STD.
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Figure 5. Pretreatment with AAV-62-1gR-saCas9 knockdown of VZV lytic replication in exogenously
infected human neuron cultures. (a) The 12-well plates of hESC neuron cultures were transduced
with 104 GC/cell of AAV-62-1gR-saCas9 constructs/well. Four days later, neurons were infected with
500 PFU of mitotically inhibited fluorescent (red)-cell associated VZV-infected cells to initiate lytic
infections. Infections were subsequently monitored by fluorescence microscopy and representative
images of mCherry reporter expression of infected cells and the same fields observed by phase
contrast microscopy were acquired 10 days after VZV infection. (b) After imaging, duplicate infected
neuron cultures were scraped, triturated, and then seeded onto confluent ARPE-19 cells to quantify
the number of VZV-infected neurons by the number of infectious foci they generated. Foci were
counted after 5 days. Representative images of foci formed on ARPE-19 at day 5 from virus obtained
from the treated neuron cultures are shown in column 2 of Figure 5a. Data represents quadruplicate
measurements and significant differences between treatments depicted by asterisks (* = p < 0.01,
ordinary one-way ANOVA with multiple comparisons; ns = not significant). Similar results were
obtained in two independent experiments. Error bars depict the STD.
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3.5. AAV-62-1gR-saCas9 Reduces VZV Replication Following Reactivation in Model Latently
Infected Neuron Cultures

A goal of VZV targeting by gene editing is to reduce the capacity of latent genomes to
reactivate and induce zoster disease, not only by reducing spread at the periphery, but also
in the ganglia, to reduce its intra-ganglionic spread after a reactivation event has initiated.
Even without complete elimination of reactivation, a reduction of lytic replication in the
ganglia could potentially limit sensory damage caused by VZV reactivation. The hESC
neuron cultures used here have been shown to support a latent VZV infection (defined by
the prolonged absence of any indicators of productive infection and lytic gene reporter
expression), which can then be experimentally reactivated (to renew lytic reporter gene
expression and produce virus that spreads to other neurons) [23]. We thus explored
the potential of AAV-62-1gR-saCas9 as a treatment for preventing VZV reactivation and
subsequent replication. Latent infections were established by exposing neuron cultures to
cell-free virus of a previously characterized recombinant VZV that expresses GFP linked
to ORF66 (VZV66GEFP), and then incubated in the presence of 50 uM acyclovir (ACV) to
inhibit lytic replication for 7 days. Cultures were then incubated for 7 days in the absence of
ACV. None of the cultures contained GFP fluorescence indicating lytic infection. Cultures
containing latently infected neurons were then transduced with approximately 10* GC/cell
AAV or mock transduced, and then incubated in media without ACV. At 7 days post
AAV transduction, GFP positive cells were again not observed, indicating that the AAV
transduction itself did not induce VZV reactivation. A set of cultures was reactivated
by treating with a combination of NGF withdrawal, antibody-mediated NGF depletion
and the addition of 50 ng/mL 12-O-tetradecanoylphorbol-13-acetate (TPA), and cultures
were monitored daily for GFP fluorescence indicating reactivation events for 7 days. After
imaging, the neurons were dislodged, triturated, and seeded onto confluent ARPE-19 cells
for infectious center assay (Figure 6b).

None of the neuron cultures latently infected with VZV66GFP and not subjected to
reactivation stimuli expressed GFP. When such neurons were seeded on ARPE19 cells,
infectious centers did not form. In contrast, the latently infected neurons receiving the reac-
tivation stimulus developed numerous GFP-positive foci and formed multiple infectious
centers when seeded onto ARPE-19 monolayers, indicating that productive reactivation
had occurred (Figure 6a and Supplemental Figure S2). Latently infected neurons treated
with AAV-saCas9 without guide RNA before receiving the reactivation stimulus also de-
veloped multiple GFP positive plaques in the neuronal cultures and generated infectious
foci on ARPE-19 cells. Importantly, in latently infected cultures pretreated with AAV-62-
1gR-saCas9 prior to receiving a reactivation stimulus, there were no visible GFP positive
centers of infection forming, even at 7-10 days post stimulus. Subsequent seeding of
these neurons onto ARPE-19 cells did result in the formation of a few small GFP positive
foci, but these were significantly fewer and considerably smaller in size (Figure 6a, sec-
ond column; enlarged in Supplemental Figure S2). These data indicate that reactivation
events were not completely prevented and virus still formed after treatment with AAV-62-
1gR-saCas9, the AAV treatment greatly reduced the number of infectious progenies after
reactivation induction.

To investigate whether the reduction in the number of productively infected neurons
in reactivated cultures pre-treated with AAV-62-1gR-saCas9 was due to a reduction in the
number reactivating genomes or a result of reduction of viral spread to additional neurons,
SYBR-based qPCR quantification of VZV genomes was performed. There was an increase
of more than 10-fold in genome copies at 21 days-post VZV infection in reactivated samples
with or without AAV pretreatment compared to neurons not receiving a reactivation
stimulus. While AAV-62-1gR-saCas9 pretreatment resulted in a significantly reduced level
of genomes as compared to controls, levels of genomes measured were still higher than
those seen in latently infected cultures not receiving any reactivation stimulus (Figure 6b,c).
These data indicate that AAV-62-1gR-saCas9 pretreatment effectively reduced the viral
burden after reactivation, but did not indicate if the latent genome load was reduced by
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the treatment. Thus, AAV-CRISPR/Cas9 strategy for targeting duplicated VZV genes is
clearly an effective antiviral approach, greatly reducing the production of progeny by
damaging genomes.
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Figure 6. AAV-62-1gR-saCas9 treatment of latently infected neurons reduces VZV progeny and
spread following reactivation induction. (a) hESC-derived neurons in 12-well plates were infected
with 500 PFU of cell-free virus expressing GFP (VZV ORF66 GFP) in the presence of 50 uM acyclovir
(ACV) to establish latent infections. After 7 days in the presence of ACV, approximately 10* GC/cell
of different AAV (or mock transduction) was added to the appropriate wells. ACV was then removed,
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and cultures incubated for a further 7 days. At 7-day post AAV transduction, GFP-negative neuron
wells were left untreated or were stimulated to reactivate latent genomes by changing to neuron
growth media lacking NGF and containing 50 pg/mL anti-NGF and 50 ng/mL TPA. Reactivation
was then monitored by fluorescent microscopy and the representative images of the cultures were
acquired at 7 days after the reactivation stimulus. Neurons were then scraped, triturated, and seeded
onto ARPE-19 cells not treated with AAV, and infectious centers forming on ARPE-19 monolayers at
4 days from each of the experimental conditions were imaged (last two columns). (b) The number
of foci forming on ARPE-19 monolayers in each 12-well plate were then counted and are shown as
plaque-forming units. Each point represents the count from equal proportions of individual neuron
cultures (**** = p < 0.0001, ordinary one-way ANOVA with multiple comparisons). (c) DNA was
extracted from 1/3 of each neuron culture treated under the different conditions, and VZV DNA
was quantified using a SYBR-based qPCR using primers against a region of VZV ORF49 (Table 2).
Copy number values were determined by comparison to a standard curve determined using known
concentrations of VZV genomes (with a range of 10'~107 genome copies). Data is representative of
results from two independent experiments with similar results. RS = reactivation stimuli.

4. Discussion

The goal of this study was to establish proof of principle that the CRISPR targeting
of VZV genomes could be used as an antiviral strategy eventually leading to therapeutic
applications. The results obtained here add to a growing body of knowledge in which
several human DNA viruses (and RNA viruses with DNA genome intermediates) have
been targeted by gene editing [31,33,57,82-84]. While gene editing can be performed
with designer meganucleases and transcription factor-like endonucleases (TALENS), the
complexity of their design and expense of their generation has made the more simple and
widely available RNA-guided CRISPR/Cas technology more attractive. CRISPR/Cas also
has the advantage that multiple sites on the viral genome can be targeted by increasing the
number of gRNAs, rather than needing to express two or more enzymes. CRISPR-based
genome editing been used to target viruses including hepatitis B virus (HBV) [85,86], human
immunodeficiency virus (HIV) [87,88], and several herpesviruses [89] such as EBV [90],
CMV [91], Kaposi’s Sarcoma Virus [92], and HSV-1 [31-33]. In the case of EBV, antiviral
gene editing has targeted both the viral genome [90] as well as key cellular components
required for EBV replication [93]. To our knowledge, CRISPR/Cas-mediated antiviral
targeting has not yet been applied to VZV, although it has been used as a research tool to
generate recombinant VZV [94].

Here, we demonstrated efficient antiviral activity using AAV-delivered gRNA tar-
geting a duplicated gene to reduce VZV replication, spread and virus production in both
lytic-infected epithelial cells and hESC derived neurons. Importantly, we further showed
that it dramatically reduced viral replication upon reactivation from latency in vitro. Dupli-
cated genes were targeted because of the increase in frequency of cleavage events as well
as the potential to result in the division of the genome into two segments, each incapable
of replicating if both cuts occurred in the same genome. This strategy eliminates the need
for two separate vectors targeting unique region genes in order to generate dual-cleaved
genomes, as performed in the study of Aubert et al., who showed that cleavage of the
related HSV genome at two sites was more effective at reducing reactivation frequency
than a single cleavage event [33]. Aubert et al. used two designer meganucleases to target
different sites in HSV-1 that required simultaneous delivery by two different vectors and
targeted duplicated genes in the repeated regions of the HSV genome. However, even
with single cleavage events, error-prone DNA repair mechanisms that mutate the VZV
ORF62 gene appear to reduce progeny viral replication due to the critical roles of IE62 in
expression [34].

An important aspect of developing therapies from CRISPR/Cas enzymes is achieving
an efficient delivery of the required gRNA and enzymes to the appropriate cell types. This
is especially challenging for VZV, where the reservoir of latent viral genomes resides in
ganglionic neurons throughout the peripheral nervous system. Therefore, the first steps
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in this project were to optimize the delivery of these molecules with a focus on human
neurons. While both lentiviruses and AAV have been exploited for efficient gene delivery,
current AAV vectors have the advantage in that they show little or no integration into
the host genome [95]. However, the gene-packaging limits of AAV necessitate the use of
smaller gene-editing enzymes, since the widely used Streptococcus pyogenes CRISPR/Cas9
is above the normal AAV packaging limit. Many smaller alternatives have recently been
overviewed [96] and the Staphylococcus aureus CRISPR/Cas9 was chosen for its reported
higher specificity, lower off-target activity in mouse neuroblastoma and liver cell lines [37],
and the fact that it is within the packaging limits of AAV vectors [38]. Surveying four
different AAV serotypes that have been shown to be neurotropic revealed that AAV2
efficiently delivered GFP to both hESC-derived neurons and two VZV-permissive epithelial
cell lines. While we only tested four serotypes, it is possible that other serotypes could
be found to improve transduction or decrease the number of AAV required. We do note,
however, that AAV2 is one of the most commonly used and tested serotypes used in human
studies and has been applied for gene delivery to repair multiple genetic diseases, some of
which are now being evaluated in clinical trials [97,98].

Our studies show that delivering AAV-62-1gR-saCas9 decreased VZV progeny infec-
tivity dramatically in both epithelial cells and hESC-derived neurons, compared in no AAV
and no gRNA (“AAV-saCas9”) controls. This was shown by the reduction of both progeny-
virus plaque size and numbers. Intriguingly, VZV that survived AAV-62-1gR-saCas9
treatment generated significantly smaller plaques when seeded onto naive VZV-permissive
cells, particularly VZV derived from AAV-targeted neurons. This strongly suggests that
the virus produced in AAV-62-1gR-saCas9-treated cells is damaged, most likely as a result
of genome cleavage and error-prone DNA repair, resulting in indels from the activation
of the dsDNA damage response. Given that ORF62 is an essential gene whose expression
is required for the expression of most other VZV genes, we postulate that some of the
still-replicating but impaired viruses in these plaques are damaged but still have ORF62
in frame that permits expression of an ORF62 protein with some functional mutations.
The site of the gRNA target in region 1 of ORF62/71 is that which the Cas9 acted upon,
because VZV with mutations in that region (“VZV DR-62gmut”) showed only a minor loss
of replication efficiency compared to the parental strain, but were completely resistant to
pretreatment with AAV-62-1gR-saCas9. This establishes that the Cas9 did not influence
VZV replication because of off-targeting of the host genome, although we cannot exclude
that off-targeting effects might have also occurred that did not affect VZV replication.

One of the exciting potential applications of gene editing as an antiviral strategy is
that it cannot only target productive replication of the virus, but can also damage the
latent genomes and potentially prevent reactivation [89]. Treatment of latently infected
and reactivated cultures of hESC derived neurons [23] with AAV-62-1gR-saCas9 resulted in
greatly decreased spread of reactivation foci compared to controls. The number and size
of foci that developed from reactivated neurons seeded onto ARPE-19 from AAV-62-1gR-
saCas9-treated reactivated cultures also significantly decreased. Results from quantitative
PCR measuring genome copies in the reactivated neurons revealed that treatment with
AAV-62-1gR-saCas9 reduced replication but did not indicate a reduction of the genome load.
Taken together, these results suggest that AAV-62-1gR-saCas9, in addition to reducing the
viral load in lytic/productively infected cells, is an effective strategy to reduce replication
in reactivated neurons. Of note, we have not yet been able to demonstrate whether latent
genomes were cleaved by the targeting AAV-62-1gR-saCas9. We did not observe a loss
of genome numbers in latently infected neurons after AAV-62-1gR-saCas9 treatment, but
this may be a technical issue due to the very low levels of latent VZV DNA in neuronal
cultures, which were insulfficient to detect a significant change resulting from CRISPR/Cas9
treatment. A recent report found that gene editing of lytic HSV-1 is efficient but the editing
of the chromatin-silenced latent genome required the expression of ICPO. Furthermore,
ICPO0 is known to alter protective chromatin, which may block the latent genome from being
accessed by gene editors [83]. Similar strategies to target HSV-latent and lytic replicating
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genomes in an in vivo murine model of latency showed statistically significant but relatively
minor reductions in the latent genome load, and also suggested relatively poor activities
of CRISPR/Cas9 compared to meganuclease-mediated targeting [31,33,57,69,83]. A future
possibility would be to evaluate the targeting of ORF62 by a designer meganuclease and to
determine if it is more effective than the CRISPR/Cas9 strategy. However, we feel that a
better direction would be to seek improvement in targeting by expressing multiple gRNAs
to additional viral targets simultaneously with the single CRISPR/Cas9 nuclease.

The results presented here demonstrate the potential of the CRISPR/Cas9 strategy to
reduce both epithelial manifestations of the reactivated disease and potential damage in the
ganglia that could result from ganglionic spread after a reactivation event has initiated. Of
course, much remains to be worked out in translating this approach to prevent zoster and
VZV disease as a therapy. A possible initial application of AAV-mediated gene editing as
an antiviral strategy could be for VZV-induced retinal diseases. The retina has been a prime
target for advancing AAV-mediated gene therapy strategies, and there are promising results
from both animal models and human studies that AAV-mediated delivery can restore vision
loss for specific inherited defects [99]. VZV replication in the retinal tissues is known to
result in rare but devastating blinding diseases such as peripheral outer retinal necrosis
(PORN), acute retinal necrosis (ARN) and chorioretinitis [100]. It is not uncommon for
these patients to respond poorly to classic antiviral therapies, because of delayed diagnoses
and/or antiviral resistance [101]. We speculate that AAV-mediated antiviral gene editing
in the eye following intravitreal delivery could be an alternative treatment strategy to
prevent VZV-induced retinal damage. Future work in the treatment of zoster and other
VZV diseases will require additional optimization for in vivo delivery as well as the early
detection of triggered VZV reactivation events in vitro, neither of which have been well-
addressed for CRISPR/Cas9 therapy for other herpesviruses to date. In addition, there
is a need to overcome the host antiviral immune response to AAV vectors, since clinical
trials have demonstrated that this can prevent the long-term use and expression of AAV-
delivered genes [102]. There remains a need for antivirals to zoster, because some studies
suggest that zoster is showing increased incidence longitudinally in populations under
50 that are not yet eligible for immunization with the zoster vaccines [103]. Nevertheless,
these results serve as an important proof-of-principle of the CRISPR/Cas9 approach for
treatment of a widespread and painful human disease for which there are currently few
therapeutic options.

Supplementary Materials: The following supporting information can be downloaded at: https:
//www.mdpi.com/article/10.3390/v14020378/s1, Figure S1: Enlarged images from Figure 2b to
show the GFP expression from different AAV serotypes after transduction into neuron cultures;
Figure S2: Enlarged microscopy images from Figure 6a, showing that AAV-62-1gR-saCas9 treatment
of latently infected neurons reduces VZV progeny and spread following reactivation induction.

Author Contributions: Conceptualization, BW.W., PR.K. and R.S.G.; methodology, BW.W. and
M.B.Y,; software, BW.W.,; validation, BW.W. and PR K.; formal analysis, BW.W. and PR.K.; inves-
tigation, B.W.W. and M.B.Y.; resources, P.R.K. and M.B.Y.; data curation, B.W.W.; writing—original
draft preparation, B.W.W.; writing—review and editing, PR.K. and R.S.G.; visualization, BW.W,;
supervision, PR.K,; project administration, P.R.K,; funding acquisition, PR K. and R.S.G. All authors
have read and agreed to the published version of the manuscript.

Funding: This work was supported by an Israel-US Binational Science Foundation award (#2017259;
PRK and RSG), awards from the National Institutes of Health from NIAID (AI122640), and a P30
CORE grant from NEI (EY08098). BWW was also supported by a predoctoral award under T32
AI049820 (N.A. DeLuca, PI).

Institutional Review Board Statement: Not Applicable.
Informed Consent Statement: Not Applicable.

Data Availability Statement: The data in this study is available in this article, as well as upon
reasonable request from the corresponding author.


https://www.mdpi.com/article/10.3390/v14020378/s1
https://www.mdpi.com/article/10.3390/v14020378/s1

Viruses 2022, 14, 378 20 of 24

Acknowledgments: The authors wish to acknowledge unrestricted support from the Eye & Ear
Foundation of Pittsburgh and the Research to Prevent Blindness Inc., NY. The authors also wish to
acknowledge advice and assistance from Leah Byrne, on the preparation of AAV; and Kira Lathrop,
MAMS, for assisting with image processing.

Conflicts of Interest: The authors declare no conflict of interest.

References

1.  Zerboni, L,; Sen, N.; Oliver, S.L.; Arvin, A.M. Molecular mechanisms of varicella zoster virus pathogenesis. Nat. Rev. Microbiol.
2014, 12, 197-210. [CrossRef]

2. Johnson, R.W. Herpes Zoster and Postherpetic Neuralgia. Expert Rev. Vaccines 2014, 9, 21-26. [CrossRef] [PubMed]

3. Gershon, A.A.; Gershon, M.D. Pathogenesis and current approaches to control of varicella-zoster virus infections. Clin. Microbiol.
Rev. 2013, 26, 728-743. [CrossRef] [PubMed]

4. Edell, A.R.P; Cohen, E.J. Herpes Simplex and Herpes Zoster Eye Disease. Eye Contact Lens Sci. Clin. Pract. 2013, 39, 311-314.
[CrossRef] [PubMed]

5. Pavan-Langston, D. Herpes Zoster. Antivirals and Pain Management. Ophthalmology 2008, 115, 13-20. [CrossRef]

6. Oxman, M.N.; Levin, M.].; Johnson, G.R.; Schmader, K.E.; Straus, S.E.; Gelb, L.D.; Arbeit, R.D.; Simberkoff, M.S.; Gershon, A.A.;
Davis, L.E.; et al. A vaccine to prevent herpes zoster and postherpetic neuralgia in older adults. N. Engl. ]. Med. 2005, 352,
2271-2284. [CrossRef]

7. Chun, C.; Weinmann, S.; Riedlinger, K.; Mullooly, J.P.; Houston, H.; Schmid, D.S.; Seward, J.F. Laboratory Characteristics of
Suspected Herpes Zoster in Vaccinated Children. Pediatr. Infect. Dis. ]. 2011, 30, 721-723. [CrossRef]

8. Tseng, H.F.,; Schmid, D.S.; Harpaz, R.; LaRussa, P; Jensen, N.J.; Rivailler, P.; Radford, K.; Folster, J.; Jacobsen, S.J. Herpes zoster
caused by vaccine-strain varicella zoster virus in an immunocompetent recipient of zoster vaccine. Clin. Infect. Dis. 2014, 58,
1125-1128. [CrossRef]

9. Lal, H.; Cunningham, A.L.; Godeaux, O.; Chlibek, R.; Diez-Domingo, J.; Hwang, S.-J.; Levin, M.].; McElhaney, ].E.; Poder, A.;
Puig-Barbera, J.; et al. Efficacy of an Adjuvanted Herpes Zoster Subunit Vaccine in Older Adults. N. Engl. J. Med. 2015, 372,
2087-2096. [CrossRef]

10. Cunningham, A.L.; Lal, H.; Kovac, M.; Chlibek, R.; Hwang, S.-J.; Diez-Domingo, J.; Godeaux, O.; Levin, M.J.; McElhaney, J.E.;
Puig-Barbera, J.; et al. Efficacy of the Herpes Zoster Subunit Vaccine in Adults 70 Years of Age or Older. N. Engl. ]. Med. 2016, 375,
1019-1032. [CrossRef]

11. Lal, H,; Poder, A.; Campora, L.; Geeraerts, B.; Oostvogels, L.; Vanden Abeele, C.; Heineman, T.C. Immunogenicity, reactogenicity
and safety of 2 doses of an adjuvanted herpes zoster subunit vaccine administered 2, 6 or 12 months apart in older adults: Results
of a phase III, randomized, open-label, multicenter study. Vaccine 2018, 36, 148-154. [CrossRef] [PubMed]

12.  Koshy, E.; Mengting, L.; Kumar, H.; Jianbo, W. Epidemiology, treatment and prevention of herpes zoster: A comprehensive
review. Indian |. Dermatol. Venereol. Leprol. 2018, 84, 251-262. [CrossRef] [PubMed]

13. Sauerbrei, A. Diagnosis, antiviral therapy, and prophylaxis of varicella-zoster virus infections. Eur. J. Clin. Microbiol. Infect. Dis.
2016, 35, 723-734. [CrossRef] [PubMed]

14. Guedon, ] M.G; Yee, M.B.; Zhang, M.; Harvey, S.A K,; Goins, W.E,; Kinchington, P.R. Neuronal changes induced by Varicella
Zoster Virus in a rat model of postherpetic neuralgia. Virology 2015, 482, 167-180. [CrossRef]

15.  Sato, H.; Pesnicak, L.; Cohen, ]J.I. Varicella-zoster virus ORF47 protein kinase, which is required for replication in human T cells,
and ORF66 protein kinase, which is expressed during latency, are dispensable for establishment of latency. J. Virol. 2003, 77,
11180-11185. [CrossRef]

16. Cohrs, R.J.; Badani, H.; Baird, N.L.; White, T.M.; Sanford, B.; Gilden, D. Induction of varicella zoster virus DNA replication in
dissociated human trigeminal ganglia. J. Neurovirol. 2017, 23, 152. [CrossRef]

17.  Ouwendijk, W.J.D.; Choe, A.; Nagel, M.A_; Gilden, D.; Osterhaus, A.D.M.E.; Cohrs, R.J.; Verjans, G.M.G.M. Restricted Varicella-
Zoster Virus Transcription in Human Trigeminal Ganglia Obtained Soon after Death. . Virol. 2012, 86, 10203-10206. [CrossRef]

18.  Rowe, J.; Greenblatt, R.J.; Liu, D.; Moffat, ].F. Compounds that target host cell proteins prevent varicella-zoster virus replication in
culture, ex vivo, and in SCID-Hu mice. Antivir. Res. 2010, 86, 276-285. [CrossRef]

19. Zerboni, L.; Arvin, A. Neuronal Subtype and Satellite Cell Tropism Are Determinants of Varicella-Zoster Virus Virulence in
Human Dorsal Root Ganglia Xenografts In Vivo. PLoS Pathog. 2015, 11, €1004989. [CrossRef]

20. De, C,; Liu, D.; Zheng, B.; Singh, U.S.; Chavre, S.; White, C.; Arnold, R.D.; Hagen, FK.; Chu, C.K.; Moffat, ].F. 3-1-1-[5-(E-2-
bromovinyl)-2-(hydroxymethyl)-1,3-(dioxolan-4-yl)] uracil (I-BHDU) prevents varicella-zoster virus replication in a SCID-Hu
mouse model and does not interfere with 5-fluorouracil catabolism. Antivir. Res. 2014, 110, 10-19. [CrossRef]

21. Sloutskin, A.; Kinchington, PR.; Goldstein, R.S. Productive vs. non-productive infection by cell-free varicella zoster virus
of human neurons derived from embryonic stem cells is dependent upon infectious viral dose. Virology 2013, 443, 285-293.
[CrossRef] [PubMed]

22. Markus, A.; Grigoryan, S.; Sloutskin, A.; Yee, M.B.; Zhu, H.; Yang, I.H.; Thakor, N.V; Sarid, R.; Kinchington, P.R.; Goldstein, R.S.

Varicella-zoster virus (VZV) infection of neurons derived from human embryonic stem cells: Direct demonstration of axonal
infection, transport of VZV, and productive neuronal infection. . Virol. 2011, 85, 6220-6233. [CrossRef] [PubMed]


http://doi.org/10.1038/nrmicro3215
http://doi.org/10.1586/erv.10.30
http://www.ncbi.nlm.nih.gov/pubmed/20192714
http://doi.org/10.1128/CMR.00052-13
http://www.ncbi.nlm.nih.gov/pubmed/24092852
http://doi.org/10.1097/ICL.0b013e31829a3b47
http://www.ncbi.nlm.nih.gov/pubmed/23771014
http://doi.org/10.1016/j.ophtha.2007.10.012
http://doi.org/10.1056/NEJMoa051016
http://doi.org/10.1097/INF.0b013e3182137e35
http://doi.org/10.1093/cid/ciu058
http://doi.org/10.1056/NEJMoa1501184
http://doi.org/10.1056/NEJMoa1603800
http://doi.org/10.1016/j.vaccine.2017.11.019
http://www.ncbi.nlm.nih.gov/pubmed/29174683
http://doi.org/10.4103/ijdvl.IJDVL_1021_16
http://www.ncbi.nlm.nih.gov/pubmed/29516900
http://doi.org/10.1007/s10096-016-2605-0
http://www.ncbi.nlm.nih.gov/pubmed/26873382
http://doi.org/10.1016/j.virol.2015.03.046
http://doi.org/10.1128/JVI.77.20.11180-11185.2003
http://doi.org/10.1007/s13365-016-0480-1
http://doi.org/10.1128/JVI.01331-12
http://doi.org/10.1016/j.antiviral.2010.03.007
http://doi.org/10.1371/journal.ppat.1004989
http://doi.org/10.1016/j.antiviral.2014.07.007
http://doi.org/10.1016/j.virol.2013.05.021
http://www.ncbi.nlm.nih.gov/pubmed/23769240
http://doi.org/10.1128/JVI.02396-10
http://www.ncbi.nlm.nih.gov/pubmed/21525353

Viruses 2022, 14, 378 21 of 24

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

Markus, A.; Lebenthal-Loinger, I.; Yang, I.H.; Kinchington, P.R.; Goldstein, R.S. An In Vitro Model of Latency and Reactivation of
Varicella Zoster Virus in Human Stem Cell-Derived NeuronsA. PLoS Pathog. 2015, 11, €1004885. [CrossRef]

Sadaoka, T.; Depledge, D.P.; Rajbhandari, L.; Venkatesan, A.; Breuer, J.; Cohen, ].I. In vitro system using human neurons
demonstrates that varicella-zoster vaccine virus is impaired for reactivation, but not latency. Proc. Natl. Acad. Sci. USA 2016, 113,
E2403-E2412. [CrossRef] [PubMed]

Sadaoka, T.; Rajphandari, L.; Shukla, P; Jagdish, B.; Lee, H.; Lee, G.; Venkatesan, A. Human stem cell derived sensory neurons are
positioned to support varicella zoster virus latency. bioRxiv 2020. [CrossRef]

Christensen, J.; Steain, M.; Slobedman, B.; Abendroth, A. Differentiated neuroblastoma cells provide a highly efficient model for
studies of productive varicella-zoster virus infection of neuronal cells. J. Virol. 2011, 85, 8436-8442. [CrossRef] [PubMed]

Baird, N.L.; Bowlin, J.L.; Cohrs, R.J.; Gilden, D.; Jones, K.L. Comparison of varicella-zoster virus RNA sequences in human
neurons and fibroblasts. J. Virol. 2014, 88, 5877-5880. [CrossRef]

Depledge, D.P.; Ouwendijk, W.].D.; Sadaoka, T.; Braspenning, S.E.; Mori, Y.; Cohrs, R.J.; Verjans, G.M.G.M.; Breuer, J. A spliced
latency-associated VZV transcript maps antisense to the viral transactivator gene 61. Nat. Commun. 2018, 9, 1167. [CrossRef]
[PubMed]

Baird, N.L.; Zhu, S.; Pearce, C.M.; Viejo-Borbolla, A. Current In Vitro Models to Study Varicella Zoster Virus Latency and
Reactivation. Viruses 2019, 11, 103. [CrossRef] [PubMed]

Laemmle, L.; Goldstein, R.S.; Kinchington, P.R. Modeling Varicella Zoster Virus Persistence and Reactivation—Closer to Resolving
a Perplexing Persistent State. Front. Microbiol. 2019, 10, 1634. [CrossRef]

Aubert, M.; Madden, E.A.; Loprieno, M.; Feelixge, H.S.D.; Stensland, L.; Huang, M.-L.; Greninger, A.L.; Roychoudhury, P;
Niyonzima, N.; Nguyen, T.; et al. In vivo disruption of latent HSV by designer endonuclease therapy. JCI Insight 2016, 1, e88468.
[CrossRef] [PubMed]

Aubert, M.; Boyle, N.M,; Stone, D.; Stensland, L.; Huang, M.-L.; Magaret, A.S.; Galetto, R.; Rawlings, D.J.; Scharenberg, A.M.;
Jerome, K.R. In vitro Inactivation of Latent HSV by Targeted Mutagenesis Using an HSV-specific Homing Endonuclease. Mol.
Ther. Nucleic Acids 2014, 3, e146. [CrossRef]

Aubert, M; Strongin, D.E.; Roychoudhury, P; Loprieno, M.A.; Haick, A.K.; Klouser, L.M.; Stensland, L.; Huang, M.-L.; Makhsous,
N.; Tait, A ; et al. Gene editing and elimination of latent herpes simplex virus in vivo. Nat. Commun. 2020, 11, 4148. [CrossRef]
[PubMed]

Van Diemen, FR.; Kruse, E.M.; Hooykaas, M.].G.; Bruggeling, C.E.; Schurch, A.C.; van Ham, PM.; Imhof, S.M.; Nijhuis, M.;
Wiertz, E.J.H.J.; Lebbink, R.J. CRISPR/Cas9-Mediated Genome Editing of Herpesviruses Limits Productive and Latent Infections.
PLoS Pathog. 2016, 12, €1005701. [CrossRef] [PubMed]

Wang, ].; Quake, S.R. RNA-guided endonuclease provides a therapeutic strategy to cure latent herpesviridae infection. Proc. Natl.
Acad. Sci. USA 2014, 111, 13157-13162. [CrossRef]

Dang, C.H.; Aubert, M.; De Silva Feelixge, H.S.; Diem, K.; Loprieno, M.A.; Roychoudhury, P; Stone, D.; Jerome, K.R. In vivo
dynamics of AAV-mediated gene delivery to sensory neurons of the trigeminal ganglia. Sci. Rep. 2017, 7, 927. [CrossRef]

Ran, FA.; Cong, L.; Yan, W.X,; Scott, D.A.; Gootenberg, ].S.; Kriz, A.].; Zetsche, B.; Shalem, O.; Wu, X.; Makarova, K.S.; et al.
In vivo genome editing using Staphylococcus aureus Cas9. Nature 2015, 520, 186-191. [CrossRef]

Wu, Z; Yang, H.; Colosi, P. Effect of Genome Size on AAV Vector Packaging. Mol. Ther. 2010, 18, 80. [CrossRef]

Davison, A.J.; Scott, J.E. The complete DNA sequence of varicella-zoster virus. J. Gen. Virol. 1986, 67 Pt 9, 1759-1816. [CrossRef]
Davison, A.J.; Scott, ].E. DNA sequence of the major inverted repeat in the varicella-zoster virus genome. J. Gen. Virol. 1985, 66 Pt
2,207-220. [CrossRef]

Moriuchi, M.; Moriuchi, H.; Straus, S.E.; Cohen, ].I. Varicella-Zoster Virus (VZV) Virion-Associated Transactivator Open Reading
Frame 62 Protein Enhances the Infectivity of VZV DNA. Virology 1994, 200, 297-300. [CrossRef]

Kinchington, PR.; Hougland, J.K.; Arvin, A.M.; Ruyechan, W.T.; Hay, J. The varicella-zoster virus immediate-early protein IE62 is
a major component of virus particles. J. Virol. 1992, 66, 359-366. [CrossRef]

Sommer, M.H.; Zagha, E.; Serrano, O.K.; Ku, C.C.; Zerboni, L.; Baiker, A.; Santos, R.; Spengler, M.; Lynch, ].; Grose, C.; et al.
Mutational analysis of the repeated open reading frames, ORFs 63 and 70 and ORFs 64 and 69, of varicella-zoster virus. J. Virol.
2001, 75, 8224-8239. [CrossRef]

Sato, B.; Ito, H.; Hinchliffe, S.; Sommer, M.H.; Zerboni, L.; Arvin, A.M. Mutational analysis of open reading frames 62 and 71,
encoding the varicella-zoster virus immediate-early transactivating protein, IE62, and effects on replication in vitro and in skin
xenografts in the SCID-hu mouse in vivo. J. Virol. 2003, 77, 5607-5620. [CrossRef] [PubMed]

Dremel, S.E.; Deluca, N.A. Herpes simplex viral nucleoprotein creates a competitive transcriptional environment facilitating
robust viral transcription and host shut off. Elife 2019, 8, €51109. [CrossRef] [PubMed]

Cohen, ].I. The varicella-zoster virus genome. Curr. Top. Microbiol. Immunol. 2010, 342, 1-14. [CrossRef] [PubMed]

Felser, ].M.; Kinchington, P.R.; Inchauspe, G.; Straus, S.E.; Ostrove, ]. M. Cell lines containing varicella-zoster virus open reading
frame 62 and expressing the “IE” 175 protein complement ICP4 mutants of herpes simplex virus type 1. J. Virol. 1988, 62,
2076-2082. [CrossRef] [PubMed]

Disney, G.H.; Everett, R.D. A herpes simplex virus type 1 recombinant with both copies of the Vmw175 coding sequences replaced
by the homologous varicella-zoster virus open reading frame. J. Gen. Virol. 1990, 71 Pt 11, 2681-2689. [CrossRef] [PubMed]


http://doi.org/10.1371/journal.ppat.1004885
http://doi.org/10.1073/pnas.1522575113
http://www.ncbi.nlm.nih.gov/pubmed/27078099
http://doi.org/10.1101/2020.01.24.919290
http://doi.org/10.1128/JVI.00515-11
http://www.ncbi.nlm.nih.gov/pubmed/21632750
http://doi.org/10.1128/JVI.00476-14
http://doi.org/10.1038/s41467-018-03569-2
http://www.ncbi.nlm.nih.gov/pubmed/29563516
http://doi.org/10.3390/v11020103
http://www.ncbi.nlm.nih.gov/pubmed/30691086
http://doi.org/10.3389/fmicb.2019.01634
http://doi.org/10.1172/jci.insight.88468
http://www.ncbi.nlm.nih.gov/pubmed/27642635
http://doi.org/10.1038/mtna.2013.75
http://doi.org/10.1038/s41467-020-17936-5
http://www.ncbi.nlm.nih.gov/pubmed/32811834
http://doi.org/10.1371/journal.ppat.1005701
http://www.ncbi.nlm.nih.gov/pubmed/27362483
http://doi.org/10.1073/pnas.1410785111
http://doi.org/10.1038/s41598-017-01004-y
http://doi.org/10.1038/nature14299
http://doi.org/10.1038/mt.2009.255
http://doi.org/10.1099/0022-1317-67-9-1759
http://doi.org/10.1099/0022-1317-66-2-207
http://doi.org/10.1006/viro.1994.1190
http://doi.org/10.1128/jvi.66.1.359-366.1992
http://doi.org/10.1128/JVI.75.17.8224-8239.2001
http://doi.org/10.1128/JVI.77.10.5607-5620.2003
http://www.ncbi.nlm.nih.gov/pubmed/12719553
http://doi.org/10.7554/eLife.51109
http://www.ncbi.nlm.nih.gov/pubmed/31638576
http://doi.org/10.1007/82_2010_10
http://www.ncbi.nlm.nih.gov/pubmed/20225013
http://doi.org/10.1128/jvi.62.6.2076-2082.1988
http://www.ncbi.nlm.nih.gov/pubmed/2835512
http://doi.org/10.1099/0022-1317-71-11-2681
http://www.ncbi.nlm.nih.gov/pubmed/2174959

Viruses 2022, 14, 378 22 of 24

49.

50.

51.

52.

53.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

70.

71.

Niemeyer, G.P.; Herzog, RW.; Mount, J.; Arruda, V.R,; Tillson, D.M.; Hathcock, J.; Van Ginkel, EW.; High, K.A ; Lothrop, C.D., Jr.
Long-term correction of inhibitor-prone hemophilia B dogs treated with liver-directed AAV2-mediated factor IX gene therapy.
Blood 2009, 113, 797-806. [CrossRef]

Harding, T.; Koprivnikar, K.; Tu, G.; Zayek, N.; Lew, S.; Subramanian, A.; Sivakumaran, A.; Frey, D.; Ho, K.; VanRoey, M.; et al.
Intravenous administration of an AAV-2 vector for the expression of factor IX in mice and a dog model of hemophilia B. Gene
Ther. 2004, 11, 204-213. [CrossRef]

Mount, ].D.; Herzog, RW,; Tillson, D.M.; Goodman, S.A.; Robinson, N.; McCleland, M.L.; Bellinger, D.; Nichols, T.C.; Arruda, V.R;
Lothrop, C.D., Jr.; et al. Sustained phenotypic correction of hemophilia B dogs with a factor IX null mutation by liver-directed
gene therapy. Blood 2002, 99, 2670-2676. [CrossRef]

Nathwani, A.C.; Tuddenham, E.G.; Rangarajan, S.; Rosales, C.; Jenny, M.; Linch, D.C.; Chowdary, P,; Riddell, A.; Pie, AJ,;
Harrington, C.; et al. Adenovirus-associated virus vector-mediated gene transfer in hemophilia B. N. Engl. . Med. 2011, 365,
2357-2365. [CrossRef]

Manno, C.S.; Pierce, G.F.; Arruda, V.R.; Glader, B.; Ragni, M.; Rasko, ].J.; Ozelo, M.C.; Hoots, K.; Blatt, P.; Konkle, B.; et al.
Successful transduction of liver in hemophilia by AAV-Factor IX and limitations imposed by the host immune response. Nat.
Med. 2006, 12, 342-347. [CrossRef] [PubMed]

Guedon, ].-M.; Zhang, M.; Glorioso, J.; Goins, W.; Kinchington, P. Relief of pain induced by varicella-zoster virus in a rat model of
post-herpetic neuralgia using a herpes simplex virus vector expressing enkephalin. Gene Ther. 2014, 21, 694. [CrossRef] [PubMed]
Sloutskin, A.; Goldstein, R.S. Laboratory preparation of Varicella-Zoster Virus: Concentration of virus-containing supernatant,
use of a debris fraction and magnetofection for consistent cell-free VZV infections. J. Virol. Methods 2014, 206, 128-132. [CrossRef]
[PubMed]

Cong, L;; Ran, FA; Cox, D.; Lin, S,; Barretto, R.; Habib, N.; Hsu, P.D.; Wu, X,; Jiang, W.; Marraffini, L.A.; et al. Multiplex genome
engineering using CRISPR/Cas systems. Science 2013, 339, 819-823. [CrossRef] [PubMed]

Russell, T.A.; Stefanovic, T.; Tscharke, D.C. Engineering herpes simplex viruses by infection-transfection methods including
recombination site targeting by CRISPR/Cas9 nucleases. |. Virol. Methods 2015, 213, 18-25. [CrossRef] [PubMed]

Choi, VW.; Asokan, A.; Haberman, R.A.; Samulski, R.J. Production of recombinant adeno-associated viral vectors for in vitro and
in vivo use. Curr. Protoc. Mol. Biol. 2007. Chapter 16, Unit 16.25. [CrossRef]

Zolotukhin, S.; Byrne, B.; Mason, E.; Zolotukhin, I; Potter, M.; Chesnut, K.; Summerford, C.; Samulski, R.; Muzyczka, N.
Recombinant adeno-associated virus purification using novel methods improves infectious titer and yield. Gene Ther. 1999, 6,
973-985. [CrossRef]

Aurnhammer, C.; Haase, M.; Muether, N.; Hausl, M.; Rauschhuber, C.; Huber, I.; Nitschko, H.; Busch, U.; Sing, A.; Ehrhardt, A ;
et al. Universal real-time PCR for the detection and quantification of adeno-associated virus serotype 2-derived inverted terminal
repeat sequences. Hum. Gene Ther. Methods 2012, 23, 18-28. [CrossRef]

Tischer, B.K.; Von Einem, J.; Kaufer, B.B.; Osterrieder, N. Two-step Red-mediated recombination for versatile high-efficiency
markerless DNA manipulation in Escherichia coli. Biotechniques 2006, 40, 191-197. [CrossRef] [PubMed]

Tischer, B.K.; Kaufer, B.B.; Sommer, M.H.; Wussow, F.; Arvin, A.M.; Osterrieder, N. A self-excisable infectious bacterial artificial
chromosome clone of varicella-zoster virus allows analysis of the essential tegument protein encoded by ORF9. . Virol. 2007, 81,
13200-13208. [CrossRef] [PubMed]

Lloyd, M.G.; Smith, N.A.; Tighe, M.; Travis, K.L.; Liu, D.; Upadhyaya, P.K.; Kinchington, P.R.; Chan, G.C.; Moffat, ].F. A Novel
Human Skin Tissue Model To Study Varicella-Zoster Virus and Human Cytomegalovirus. J. Virol. 2020, 94, 1082-1102. [CrossRef]
Erazo, A.; Yee, M.B.; Osterrieder, N.; Kinchington, P.R. Varicella-zoster virus open reading frame 66 protein kinase is required for
efficient viral growth in primary human corneal stromal fibroblast cells. J. Virol. 2008, 82, 7653-7665. [CrossRef] [PubMed]
Warner, B.E.; Yee, M.B.; Zhang, M.; Hornung, R.S.; Kaufer, B.B.; Visalli, R.J.; Kramer, PR.; Goins, W.EF;; Kinchington, P.R. Varicella-
zoster virus early infection but not complete replication is required for the induction of chronic hypersensitivity in rat models of
postherpetic neuralgia. PLoS Pathog. 2021, 17, €1009689. [CrossRef]

Pomp, O.; Brokhman, I.; Ben-Dor, I.; Reubinoff, B.; Goldstein, R.S. Generation of peripheral sensory and sympathetic neurons and
neural crest cells from human embryonic stem cells. Stem Cells 2005, 23, 923-930. [CrossRef]

Pomp, O.; Brokhman, I.; Ziegler, L.; Almog, M.; Korngreen, A.; Tavian, M.; Goldstein, R.S. PA6-induced human embryonic stem
cell-derived neurospheres: A new source of human peripheral sensory neurons and neural crest cells. Brain Res. 2008, 1230, 50-60.
[CrossRef]

Eisfeld, A.J.; Turse, S.E.; Jackson, S.A.; Lerner, E.C.; Kinchington, P.R. Phosphorylation of the varicella-zoster virus (VZV) major
transcriptional regulatory protein IE62 by the VZV open reading frame 66 protein kinase. J. Virol. 2006, 80, 1710-1723. [CrossRef]
Velusamy, T.; Gowripalan, A.; Tscharke, D.C. CRISPR/Cas9-Based Genome Editing of HSV. Methods Mol. Biol. 2020, 2060, 169-183.
[CrossRef]

Jones, J.O.; Sommer, M.; Stamatis, S.; Arvin, A.M. Mutational analysis of the varicella-zoster virus ORF62/63 intergenic region. J.
Virol. 2006, 80, 3116-3121. [CrossRef]

Hood, C.; Cunningham, A.L.; Slobedman, B.; Arvin, A.M.; Sommer, M.H.; Kinchington, PR.; Abendroth, A. Varicella-zoster virus
ORF63 inhibits apoptosis of primary human neurons. J. Virol. 2006, 80, 1025-1031. [CrossRef]


http://doi.org/10.1182/blood-2008-10-181479
http://doi.org/10.1038/sj.gt.3302142
http://doi.org/10.1182/blood.V99.8.2670
http://doi.org/10.1056/NEJMoa1108046
http://doi.org/10.1038/nm1358
http://www.ncbi.nlm.nih.gov/pubmed/16474400
http://doi.org/10.1038/gt.2014.43
http://www.ncbi.nlm.nih.gov/pubmed/24830437
http://doi.org/10.1016/j.jviromet.2014.05.027
http://www.ncbi.nlm.nih.gov/pubmed/24925132
http://doi.org/10.1126/science.1231143
http://www.ncbi.nlm.nih.gov/pubmed/23287718
http://doi.org/10.1016/j.jviromet.2014.11.009
http://www.ncbi.nlm.nih.gov/pubmed/25479355
http://doi.org/10.1002/0471142727.mb1625s78
http://doi.org/10.1038/sj.gt.3300938
http://doi.org/10.1089/hgtb.2011.034
http://doi.org/10.2144/000112096
http://www.ncbi.nlm.nih.gov/pubmed/16526409
http://doi.org/10.1128/JVI.01148-07
http://www.ncbi.nlm.nih.gov/pubmed/17913822
http://doi.org/10.1128/JVI.01082-20
http://doi.org/10.1128/JVI.00311-08
http://www.ncbi.nlm.nih.gov/pubmed/18495764
http://doi.org/10.1371/journal.ppat.1009689
http://doi.org/10.1634/stemcells.2005-0038
http://doi.org/10.1016/j.brainres.2008.07.029
http://doi.org/10.1128/JVI.80.4.1710-1723.2006
http://doi.org/10.1007/978-1-4939-9814-2_9
http://doi.org/10.1128/JVI.80.6.3116-3121.2006
http://doi.org/10.1128/JVI.80.2.1025-1031.2006

Viruses 2022, 14, 378 23 of 24

72.

73.

74.

75.

76.

77.

78.

79.

80.

81.

82.

83.

84.

85.

86.

87.

88.

89.

90.

91.

92.

93.

94.

95.

Ouwendijk, W.J.D.; Depledge, D.P,; Rajphandari, L.; Lenac Rovis, T.; Jonjic, S.; Breuer, ]J.; Venkatesan, A.; Verjans, GM.G.M,;
Sadaoka, T. Varicella-zoster virus VLT-ORF63 fusion transcript induces broad viral gene expression during reactivation from
neuronal latency. Nat. Commun. 2020, 11, 6324. [CrossRef]

Ambagala, A.PN.; Krogmann, T.; Qin, J.; Pesnicak, L.; Cohen, J.I. A varicella-zoster virus mutant impaired for latency in rodents,
but not impaired for replication in cell culture. Virology 2010, 399, 194. [CrossRef]

Taymans, ].M.; Vandenberghe, L.H.; Van Den Haute, C.; Thiry, I.; Deroose, C.M.; Mortelmans, L.; Wilson, ].M.; Debyser, Z.;
Baekelandt, V. Comparative analysis of adeno-associated viral vector serotypes 1, 2, 5, 7, and 8 in mouse brain. Hum. Gene Ther.
2007, 18, 195-206. [CrossRef]

Gao, G.; Vandenberghe, L.; Wilson, J. New recombinant serotypes of AAV vectors. Curr. Gene Ther. 2005, 5, 285-297. [CrossRef]

Cearley, C.N.; Wolfe, ].H. Transduction characteristics of adeno-associated virus vectors expressing cap serotypes 7, 8, 9, and
Rh10 in the mouse brain. Mol. Ther. 2006, 13, 528-537. [CrossRef]

Cearley, C.N.; Wolfe, ].H. A single injection of an adeno-associated virus vector into nuclei with divergent connections results
in widespread vector distribution in the brain and global correction of a neurogenetic disease. J. Neurosci. 2007, 27, 9928-9940.
[CrossRef] [PubMed]

Haery, L.; Deverman, B.E.; Matho, K.S.; Cetin, A.; Woodard, K.; Cepko, C.; Guerin, K.I.; Rego, M.A.; Ersing, I.; Bachle, S.M.;
et al. Adeno-Associated Virus Technologies and Methods for Targeted Neuronal Manipulation. Front. Neuroanat. 2019, 13, 93.
[CrossRef] [PubMed]

Auricchio, A.; Kobinger, G.; Anand, V.; Hildinger, M.; O’Connor, E.; Maguire, A.M.; Wilson, ].M.; Bennett, J. Exchange of surface
proteins impacts on viral vector cellular specificity and transduction characteristics: The retina as a model. Hum. Mol. Genet. 2001,
10, 3075-3081. [CrossRef] [PubMed]

Davidson, B.L.; Stein, C.S.; Heth, J.A.; Martins, I.; Kotin, R.M.; Derksen, T.A.; Zabner, J.; Ghodsi, A.; Chiorini, ].A. Recombinant
adeno-associated virus type 2, 4, and 5 vectors: Transduction of variant cell types and regions in the mammalian central nervous
system. Proc. Natl. Acad. Sci. USA 2000, 97, 3428-3432. [CrossRef] [PubMed]

Dukhovny, A.; Sloutskin, A.; Markus, A.; Yee, M.B.; Kinchington, PR.; Goldstein, R.S. Varicella-zoster virus infects human
embryonic stem cell-derived neurons and neurospheres but not pluripotent embryonic stem cells or early progenitors. J. Virol.
2012, 86, 3211-3218. [CrossRef]

Lin, H.; Li, G,; Peng, X.; Deng, A.; Ye, L.; Shi, L.; Wang, T.; He, J. The Use of CRISPR/Cas9 as a Tool to Study Human Infectious
Viruses. Front. Cell. Infect. Microbiol. 2021, 11, 774. [CrossRef] [PubMed]

Oh, H.S.; Neuhausser, WM.; Eggan, P.; Angelova, M.; Kirchner, R.; Eggan, K.C.; Knipe, D.M. Herpesviral lytic gene functions
render the viral genome susceptible to novel editing by CRISPR/Cas9. Elife 2019, 8, e51662. [CrossRef] [PubMed]

Neuhausser, W.; Oh, H.; Eggan, P.; Angelova, M.; Kirchner, R.; Eggan, K.; Knipe, D. Screening Method for CRISPR/Cas9 Inhibition
of a Human DNA Virus: Herpes Simplex Virus. Bio-Protoc. 2020, 10, e3748. [CrossRef] [PubMed]

Stone, D.; Long, K.R.; Loprieno, M.A.; Feelixge, H.S.D.S.; Kenkel, EJ.; Liley, RM.; Rapp, S.; Roychoudhury, P.; Nguyen, T.;
Stensland, L.; et al. CRISPR-Cas9 gene editing of hepatitis B virus in chronically infected humanized mice. Mol. Ther. Methods
Clin. Dev. 2021, 20, 258. [CrossRef]

Yan, K.; Feng, J.; Liu, X.; Wang, H.; Li, Q.; Li, J.; Xu, T.; Sajid, M.; Ullah, H.; Zhou, L.; et al. Inhibition of Hepatitis B Virus by
AAVS8-Derived CRISPR/SaCas9 Expressed From Liver-Specific Promoters. Front. Microbiol. 2021, 12, 665184. [CrossRef]

Kunze, C.; Borner, K.; Kienle, E.; Orschmann, T.; Rusha, E.; Schneider, M.; Radivojkov-Blagojevic, M.; Drukker, M.; Desbordes, S.;
Grimm, D.; et al. Synthetic AAV/CRISPR vectors for blocking HIV-1 expression in persistently infected astrocytes. Glia 2018, 66,
413-427. [CrossRef]

Yin, C.; Zhang, T.; Qu, X.; Zhang, Y.; Putatunda, R.; Xiao, X,; Li, F; Xiao, W.; Zhao, H.; Dai, S.; et al. In Vivo Excision of HIV-1
Provirus by saCas9 and Multiplex Single-Guide RNAs in Animal Models. Mol. Ther. 2017, 25, 1168-1186. [CrossRef]

Chen, Y.C; Sheng, |J.; Trang, P; Liu, F. Potential Application of the CRISPR/Cas9 System against Herpesvirus Infections. Viruses
2018, 10, 291. [CrossRef]

Yuen, K.S.; Chan, C.P; Wong, N.-H.M.; Ho, C.H.; Ho, T.H.; Lei, T.; Deng, W.; Tsao, S.W.; Chen, H.; Kok, K.H.; et al. CRISPR/Cas9-
mediated genome editing of Epstein-Barr virus in human cells. ]. Gen. Virol. 2015, 96, 626—-636. [CrossRef]

Adamson, C.S.; Nevels, M.M. Bright and Early: Inhibiting Human Cytomegalovirus by Targeting Major Immediate-Early Gene
Expression or Protein Function. Viruses 2020, 12, 110. [CrossRef]

Brackett, K.; Mungale, A.; Lopez-Isidro, M.; Proctor, D.A.; Najarro, G.; Arias, C. CRISPR Interference Efficiently Silences Latent
and Lytic Viral Genes in Kaposi’s Sarcoma-Associated Herpesvirus-Infected Cells. Viruses 2021, 13, 783. [CrossRef]

Akidil, E.; Albanese, M.; Buschle, A.; Ruhle, A.; Pich, D.; Keppler, O.T.; Hammerschmidt, W. Highly efficient CRISPR-Cas9-
mediated gene knockout in primary human B cells for functional genetic studies of Epstein-Barr virus infection. PLoS Pathog.
2021, 17, €1009117. [CrossRef] [PubMed]

Braspenning, S.E.; Lebbink, R.J.; Depledge, D.P; Schapendonk, C.M.E.; Anderson, L.A.; Verjans, GM.G.M.; Sadaoka, T,
Ouwendijk, W.J.D. Mutagenesis of the varicella-zoster virus genome demonstrates that vlt and vlt-orf63 proteins are dispensable
for lytic infection. Viruses 2021, 13, 2289. [CrossRef] [PubMed]

Mendell, J.R.; Al-Zaidy, S.A.; Rodino-Klapac, L.R.; Goodspeed, K.; Gray, S.J.; Kay, C.N.; Boye, S.L.; Boye, S.E.; George, L.A;
Salabarria, S.; et al. Current Clinical Applications of In Vivo Gene Therapy with AAVs. Mol. Ther. 2021, 29, 464-488. [CrossRef]
[PubMed]


http://doi.org/10.1038/s41467-020-20031-4
http://doi.org/10.1016/j.virol.2010.01.007
http://doi.org/10.1089/hum.2006.178
http://doi.org/10.2174/1566523054065057
http://doi.org/10.1016/j.ymthe.2005.11.015
http://doi.org/10.1523/JNEUROSCI.2185-07.2007
http://www.ncbi.nlm.nih.gov/pubmed/17855607
http://doi.org/10.3389/fnana.2019.00093
http://www.ncbi.nlm.nih.gov/pubmed/31849618
http://doi.org/10.1093/hmg/10.26.3075
http://www.ncbi.nlm.nih.gov/pubmed/11751689
http://doi.org/10.1073/pnas.97.7.3428
http://www.ncbi.nlm.nih.gov/pubmed/10688913
http://doi.org/10.1128/JVI.06810-11
http://doi.org/10.3389/fcimb.2021.590989
http://www.ncbi.nlm.nih.gov/pubmed/34513721
http://doi.org/10.7554/eLife.51662
http://www.ncbi.nlm.nih.gov/pubmed/31789594
http://doi.org/10.21769/BioProtoc.3748
http://www.ncbi.nlm.nih.gov/pubmed/33659408
http://doi.org/10.1016/j.omtm.2020.11.014
http://doi.org/10.3389/fmicb.2021.665184
http://doi.org/10.1002/glia.23254
http://doi.org/10.1016/j.ymthe.2017.03.012
http://doi.org/10.3390/v10060291
http://doi.org/10.1099/jgv.0.000012
http://doi.org/10.3390/v12010110
http://doi.org/10.3390/v13050783
http://doi.org/10.1371/journal.ppat.1009117
http://www.ncbi.nlm.nih.gov/pubmed/33857265
http://doi.org/10.3390/v13112289
http://www.ncbi.nlm.nih.gov/pubmed/34835095
http://doi.org/10.1016/j.ymthe.2020.12.007
http://www.ncbi.nlm.nih.gov/pubmed/33309881

Viruses 2022, 14, 378 24 of 24

96.

97.

98.

99.

100.

101.

102.

103.

Broeders, M.; Herrero-Hernandez, P.; Ernst, M.P.T; van der Ploeg, A.T.; Pijnappel, WW.M.P. Sharpening the Molecular Scissors:
Advances in Gene-Editing Technology. iScience 2020, 23, 100789. [CrossRef] [PubMed]

McCullough, K.T.; Boye, S.L.; Fajardo, D.; Calabro, K.; Peterson, J.J.; Strang, C.E.; Chakraborty, D.; Gloskowski, S.; Haskett, S.;
Samuelsson, S.; et al. Somatic Gene Editing of GUCY2D by AAV-CRISPR/Cas9 Alters Retinal Structure and Function in Mouse
and Macaque. Hum. Gene Ther. 2019, 30, 571-589. [CrossRef]

Ramlogan-Steel, C.A.; Murali, A.; Andrzejewski, S.; Dhungel, B.; Steel, ].C.; Layton, C.J. Gene therapy and the adeno-associated
virus in the treatment of genetic and acquired ophthalmic diseases in humans: Trials, future directions and safety considerations.
Clin. Experiment. Ophthalmol. 2019, 47, 521-536. [CrossRef]

Da Costa, B.L.; Levi, S.R,; Eulau, E.; Tsai, Y.-T.; Quinn, PM.]. Prime Editing for Inherited Retinal Diseases. Front. Genome Ed. 2021,
3, 775330. [CrossRef]

Kedar, S.; Jayagopal, L.N.; Berger, ].R. Neurological and Ophthalmological Manifestations of Varicella Zoster Virus. ]. Neurooph-
thalmol. 2019, 39, 220-231. [CrossRef]

Schoenberger, S.D.; Kim, S.]J.; Thorne, J.E.; Mruthyunjaya, P.; Yeh, S.; Bakri, S.J.; Ehlers, J.P. Diagnosis and Treatment of Acute
Retinal Necrosis: A Report by the American Academy of Ophthalmology. Ophthalmology 2017, 124, 382-392. [CrossRef] [PubMed]
Nidetz, N.F; McGee, M.C,; Tse, L.V; Li, C.; Cong, L.; Li, Y.; Huang, W. Adeno-associated viral vector-mediated immune responses:
Understanding barriers to gene delivery. Pharmacol. Ther. 2020, 207, 107453. [CrossRef] [PubMed]

Goldman, G.S.; King, P.G. Review of the United States universal varicella vaccination program: Herpes zoster incidence rates,
cost-effectiveness, and vaccine efficacy based primarily on the Antelope Valley Varicella Active Surveillance Project data. Vaccine
2013, 31, 1680-1694. [CrossRef] [PubMed]


http://doi.org/10.1016/j.isci.2019.100789
http://www.ncbi.nlm.nih.gov/pubmed/31901636
http://doi.org/10.1089/hum.2018.193
http://doi.org/10.1111/ceo.13416
http://doi.org/10.3389/fgeed.2021.775330
http://doi.org/10.1097/WNO.0000000000000721
http://doi.org/10.1016/j.ophtha.2016.11.007
http://www.ncbi.nlm.nih.gov/pubmed/28094044
http://doi.org/10.1016/j.pharmthera.2019.107453
http://www.ncbi.nlm.nih.gov/pubmed/31836454
http://doi.org/10.1016/j.vaccine.2012.05.050
http://www.ncbi.nlm.nih.gov/pubmed/22659447

	Introduction 
	Materials and Methods 
	Cells and Viruses 
	CRISPR/Cas9 Plasmid and gRNA Design 
	Preparation of AAV 
	Quantification of Viral Genomes 
	Generation of Recombinant VZV 
	Virus Derivation and Growth Curves 
	Neuron Cultures 
	Fluorescent Microscopy 
	Flow Cytometry and Statistical Analyses 

	Results 
	Characterization of VZV-Specific gRNAs for In Vitro Specificity 
	AAV Serotypes for Delivery to VZV Permissive Epithelial Cells and Human Stem Cell-Derived Neurons 
	AAV-62-1gR-saCas9 Reduces VZV Lytic Replication in Epithelial Cells 
	AAV-62-1gR-saCas9 Reduces VZV Lytic Replication in hESC-Derived Human Neuron Cultures 
	AAV-62-1gR-saCas9 Reduces VZV Replication Following Reactivation in Model Latently Infected Neuron Cultures 

	Discussion 
	References

