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Abstract

Adeno-associated virus (AAV) vectors are frequently used as donor templates for
genome editing by homologous recombination. Although modification rates are typically under
1%, they are greatly enhanced by targeted double-stranded DNA breaks (DSBs). A recent
report described clade F AAVs mediating high-efficiency homologous recombination-based
editing in the absence of DSBs. The clade F vectors included AAV9 and a series isolated from
human hematopoietic stem/progenitor cells (HSPCs). We evaluated these vectors by packaging
homology donors into AAV9 and an AAVHSC capsid and examining their ability to insert GFP at
the CCR5 or AAVS1 loci in human HSPCs and cell lines. As a control we used AAV6, which
effectively edits HSPCs, but only when combined with a targeted DSB. Each AAV vector
promoted GFP insertion in the presence of matched CCR5 or AAVSL1 zinc finger nucleases
(ZFNs), but none supported detectable editing in the absence of the nucleases. Rates of editing
with ZFNs correlated with transduction efficiencies for each vector, implying no differences in
the ability of donor sequences delivered by the different vectors to direct genome editing. Our
results therefore do not support that clade F AAVs can perform high efficiency genome editing

in the absence of a DSB.
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Introduction

Interest in the use of genome editing technologies to correct human genetic mutations
or precisely insert therapeutic gene cassettes at defined loci has greatly increased in recent
years.! In the most common approach, targeted nucleases such as CRISPR/Cas9, zinc finger
nucleases (ZFNs) or transcription activator-like effector nucleases (TALENS) generate double-
stranded DNA breaks (DSB) at a specific sequence in the genome with high precision.”* The
subsequent repair of DSBs can result in insertions and deletions (indels) from the activity of the
non-homologous end joining (NHEJ) DNA repair pathway, and this can be leveraged to disrupt
an open reading frame or genetic element.> ® In contrast, by also introducing a DNA donor
template that is homologous to the chromosomal DNA surrounding the DSB, it is possible to
harness homology-directed repair (HDR) pathways and thereby engineer specific DNA changes
into the host genome.’

DNA homology donors can be provided by plasmids, oligonucleotides or viral genomes.*
> 810 Among these, adeno-associated viral (AAV) vectors have emerged as particularly effective
vehicles for delivery of DNA homology donors.> **** AAV is a small parvovirus encapsidating a
single-stranded DNA genome of about 4.7 kb.** Recombinant AAV vector genomes contain only
the viral inverted terminal repeats (ITRs) and persist as stable episomal DNA, with expression
detected for over a decade in vivo."**® In addition, many different AAV serotypes are available,
comprising both natural and engineered capsids, that allow transduction of a wide variety of cell
types and tissues in vitro and in vivo.**?? Accordingly, AAV vectors are being evaluated as gene
delivery vectors in a number of human clinical trials.?* #

AAV vectors have a long history of use as homology donors in genome targeting
applications. Such studies over the past 20 years have typically reported gene insertion rates
below 1% in the absence of a targeted nuclease.?*?’ In contrast, combining AAV donors with
targeted nucleases has led to high rates of genome editing, most notably in hematopoietic cells,
where combining AAV serotype 6 donors with ZFNs,> ** TALENSs," or CRISPR/Cas9"* ?® has
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resulted in gene editing rates of 15-60% in T cells, B cells and CD34" hematopoietic stem and
progenitor cells (HSPCs). Nuclease-mediated engineering is accompanied by potential risks

29-32

from off-target DNA breaks, although improvements in nuclease engineering and enhanced

33-35

off-target detection methods are reducing these concerns. At the same time, editing

technologies that do not require DSBs are also being developed, such as those that exploit

3638 and potentially transposon integration.*

base editing

Recently, Smith et al.*’ reported that the use of AAV vectors generated with capsids
from clade F viruses could mediate highly efficient HDR in the absence of targeted DNA breaks.
Clade F includes serotype AAV9, as well as a closely related family of novel capsids termed
AAVHSCs that were previously isolated by their group from human HSPCs.* These clade F
AAV capsids were reported to mediate stable gene insertion in both cell lines and primary
human HSPCs, resulting in scarless modifications that are consistent with HDR in upwards of
50% of HSPCs at the AAVS1 locus and 8% of HSPCs at two sites in the IL2RG gene. Such an
effect was not seen with identical AAV genomes packaged into capsids from other serotypes.
The authors further reported that this genome editing required BRCA2, suggesting dependence
on homologous recombination, although a more thorough explanation of the underlying
mechanism was not obtained. Given the departure of these findings from previous studies of

nuclease-free genome editing using AAV vectors, we were interested to evaluate the utility of

clade F AAV vectors in genome editing, both with and without matched targeted nucleases.

Results
Transduction of human HSPCs and cell lines by AAV6 and clade F vectors

Smith et al. reported that AAV genomes packaged into clade F capsids could direct high
levels of homologous recombination-based genome editing in the absence of a catalyzing
DSB.* The authors further suggested that the concentration of AAV genomic DNA within the
nucleus may have played a role in this process, since they reported significantly better
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transduction and nuclear entry rates in human CD34" HSPCs when using clade F AAVs
compared to other serotypes, including AAV6, and that the efficiency of transduction correlated
with the editing frequencies obtained. These results were somewhat surprising, given that we
and others have previously reported that AAV6 vectors more efficiently transduce HSPCs than
the prototype clade F vector, AAV9.> ** We therefore directly compared the ability of AAV6 and
AAV9 vectors to transduce both HSPCs and three different cell lines. Using an AAV genome
carrying only a CMV-GFP cassette and no homology arms, we observed transduction rates of
HSPCs after 2 days that ranged from ~20-80% when using AAV6 at multiplicities of infection
(MOIs) between 10° and 10°. In contrast, the matched AAV9 vectors transduced less than 3% of
cells at the highest MOI of 10° (Fig. 1A). Similarly, we found that AAV6 vectors transduced all
three cell lines better than the AAV9 vectors (Fig. 1B). This panel included the K562 cell line
that Smith et al. reported to be efficiently edited by AAV9 vectors in the absence of a targeted
nuclease. In contrast, we observed the highest rates of transduction using AAV9 vectors on
HEK-293T cells, which were reported to be poorly edited by several clade F AAVHSCs by Smith
et al. Regardless of the initial levels of transduction, GFP expression in the HEK-293T
populations declined greatly for both AAV6 and AAV9 vectors between days 2 and 17,
consistent with the dilution of unintegrated AAV genomes in a population of dividing cells (Fig.
1C). This observation was consistent with expectations for a vector genome containing no
homology sequences and suggested that the persistence of GFP expression over time could be

used to detect stable gene insertion.

AAV vectors mediate efficient homology-directed gene insertion in K562 cells only in the
presence of a targeted nuclease

To further investigate targeted integration by clade F AAVs we generated a mutant
capsid, AAV9-G505R. This vector matches the reported amino acid sequence of AAVHSC13
and AAVHSC17 and contains a point mutation (G505R) that is conserved among 6 of the 17
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AAVHSC serotypes described.”* We produced AAV6, AAV9 and AAV9-G505R vectors
packaging a genome comprising a PGK-GFP cassette flanked by CCR5 homology arms (Fig.
2A), with which we have previously evaluated nuclease-driven HDR-mediated gene editing in
HSPCs.® K562 cells transduced with AAV6, AAV9, or AAV9-G505R vectors were 48.0%, 8.81%,
and 4.38% GFP" respectively after 2 days, indicating that all three vectors were able to
transduce these cells at varying efficiencies (Fig. 2B). After 14 days, all cell populations were
<0.5% GFP" suggesting that the vast majority of the initial GFP expression at day 2 originated
from episomal AAV genomes and that minimal, if any, integration of the transgene cassette had
occurred (Fig. 2B-C). In contrast, when the cells were also electroporated with mRNA coding for
CCRb5-specific ZFNs, stable GFP expression was detected after 14 days at frequencies that
were similar to the day 2 transduction values (Fig 2B-C). Site-specific insertion of the GFP
cassette at the CCR5 locus was confirmed using an in-out PCR assay® which only produced a
signal in the ZFN-treated samples (Fig. 2D). Together, these observations indicate that although
each of the three AAV vectors could deliver homology donors that promote HDR-mediated gene
addition in the presence of a targeted DNA break, they were unable to do so efficiently in the
absence of such a DSB.

Since the transduction rates at day 2 seemed to be predictive of the genome editing
rates achieved in the presence of the ZFNs, we performed AAV vector genome copy number
analysis at day 2 by ddPCR. The number of cell-associated AAV genomes at day 2 strongly
correlated with the frequency of GFP* cells at day 14 (r* > 0.999) for all 3 serotypes when co-
delivered with the ZFN mRNA (Fig. 2E). These data suggest that transduction efficiency rather
than any intrinsic properties of the different AAV serotypes governs the rate of nuclease-
dependent gene addition.

To verify that the lack of nuclease-independent genome editing we observed for AAV6
and the two clade F vectors was not specific to the CCR5 locus, we generated AAV6, AAV9,
and AAV9-G505R vectors with genomes that targeted the AAVS1 locus. To mimic the strategy
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used by Smith et al., the vector genomes comprised a promoter-less GFP cassette whose
expression relied on an upstream splice acceptor and T2A sequence, and containing AAVS1
homology arms (AAVS1-SA-2A-GFP) (Fig. 3A).*° Since this construct lacks an internal
promoter, GFP expression should only be observed following insertion into the host genome
downstream of a promoter and within an intron and, as expected, episomal expression was not
detected at day 2 in any of the samples transduced with AAV only (Fig 3B). At day 14, GFP
expression (Fig. 3B-C) and site-specific insertion (Fig. 3D) in K562 cells was only observable
above background levels in cells also treated with AAVS1-specific ZFN mRNA, with frequencies
that were comparable to those observed at CCR5. Vector copy number at day 2 also strongly
correlated with GFP expression at day 14 in the presence of ZFNs, also confirming the
importance of transduction efficiency in determining the rates of nuclease-dependent gene

editing at this locus (Fig. 3E).

Efficient transduction does not support nuclease-independent genome editing by clade F
AAVs in HEK-293T cells

A potential limitation of our analyses in K562 cells is the relatively inefficient transduction
(<10%) we observed with clade F AAVs. To address this concern, we next tested the panel of
vectors in HEK-293T cells, which were more permissive to AAV9 transduction in our hands (Fig.
1B). Using a higher MOI of 5 x 10° of the CCR5-PGK-GFP vectors, we observed GFP
expression at day 2 in 97.5% of cells with AAV6, 55.9% with AAV9, and 19.8% with AAV9-
G505R (Fig. 4A). Despite these high initial rates of AAV transduction, GFP expression declined
significantly in all populations by day 17, mirroring the drop we previously observed using AAV
vectors lacking homology arms (Fig. 1C), and again suggesting that the GFP expression
cassette had not been incorporated into the genome. Similarly, cells transduced with equivalent
MOIs of AAV vectors packaging the AAVS1-SA-2A-GFP genome did not exhibit GFP
expression above background at either day 2 or day 17, providing further evidence that site-
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specific gene editing had not occurred (Fig. 4B). Together, these results suggest that neither
AAV6, AAV9, nor AAV9-G505R vectors can mediate efficient genome editing in the absence of

a targeted nuclease, even when high levels of vector transduction have occurred.

Lack of homology-directed gene insertion in HSPCs by AAV vectors in the absence of a
matched targeted nuclease

Finally, we investigated the editing efficiency of AAV homology donors in primary human
HSPCs. In agreement with our data obtained using the CMV-GFP reporter vectors (Fig. 1A),
GFP levels at day 2 post-transduction for CCR5-PGK-GFP constructs were much more efficient
when packaged in AAV6 capsids than either AAV9 or AAV9-G505R (Fig. 5A). Indeed, the clade
F vectors only produced 0.54% and 0.32% GFP" cells, respectively, for AAV9 and AAV9-G505R
when using an MOI of 5 x 10*. This MOI is comparable to that employed by Smith et al. in
HSPCs.* By day 10, GFP expression from all of the cells receiving AAV vectors alone had
fallen to below 0.3% GFP* (Fig. 5B-C). In contrast, combining the vectors with CCR5-specific
ZFNs promoted stable GFP expression at day 10 that was above the frequencies observed for
the vector only controls (Fig. 5B-C). The levels obtained with the two clade F vectors were <1%,
but this likely reflected their poor ability to transduce HSPCs, which would limit genome editing
rates. Finally, we also evaluated stable GFP expression levels when AAVS1-specific ZFNs were
combined with the CCR5 homology donor vectors (Fig. 5B-C). This mismatched nuclease will
introduce a DSB at a non-homologous locus, which can lead to low levels of NHEJ-mediated
end capture of AAV genomes,” and indeed we observed a slight enhancement of GFP
expression for the AAV6 vectors above the background levels with no ZFN.

We repeated these analyses using vectors containing the AAVS1-SA-2A-GFP homology
donor genome, delivered alone to HSPCs or in combination with matched (AAVS1) or
mismatched (CCR5) ZFNs (Fig. 5D-E). The results mirrored those seen at the CCR5 locus,
since GFP expression above background was only detected in cells also receiving the AAVS1-

8


https://doi.org/10.1101/704197

bioRxiv preprint doi: https://doi.org/10.1101/704197; this version posted July 21, 2019. The copyright holder for this preprint (which was not
certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

specific ZFNs. A comparable hierarchy of efficiency was observed among the 3 AAV capsids,
though even with the AAVS1 ZFNs, GFP expression was not detectable above background for
AAV9-G505R vectors, presumably due to its low initial transduction rate. In all cases, no GFP
expression was observed in the presence of the mismatched CCR5 ZFNs, despite the
possibility of end-capture events, but this would be expected given the lack of an internal

promoter in the vector genome.

Discussion

The hijacking of homology-directed repair pathways to introduce precise changes into a
cell's genome is a central aspect of many genome editing technologies. Although HDR-
mediated editing only requires a homologous DNA template, the process is very inefficient on its
own.*® Consequently, the discovery that targeted DSBs could catalyze HDR editing was highly
significant,** with the subsequent development of targeted nucleases providing the necessary
technological advancement to reach the current capabilities of genome editing. Despite these
successes, targeted nucleases and the creation of DSBs raise concerns about genotoxicity and
off-target effects, so that approaches that enhanced the efficiency of nuclease-free HDR editing
would be welcome.

DNA homology templates can be provided by plasmids, single-stranded oligonucleotides
or the genomes of DNA viruses. In the absence of a DSB, AAV is often used to promote HDR
editing and frequencies up to 1% have been reported.?*?’ The advantages of AAV in this
process are unclear, although its stable episomal genome, the availability of single-stranded
and double-stranded forms of the genome, and the structure of the terminal ITR sequences
have been suggested as factors. In addition, the wide variety of natural and engineered capsid
serotypes of AAV allow the delivery of DNA templates to a multitude of cell types, both in vitro
and in vivo. ldentification of AAV6 as having good tropism for human HSPCs was central to our
own efforts to develop nuclease-mediated genome editing in these cells.’
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AAV vectors are also used in more conventional gene therapy approaches and are
accruing a record of safety in human clinical trials. Random integration into the host genome
reportedly occurs at extremely low frequencies (<0.1%) and appears to exhibit no deleterious
preferences in targeting.” Some studies have suggested a link between AAV delivery and
hepatocellular carcinoma in mice, though others did not reproduce these findings in nonhuman
primates and patients.***® To date, no reports have indicated germline modification. However, in
the absence of a targeted DSB, the ability of AAV vectors to specifically modify the human
genome has been much more limited, making therapeutic applications of AAV mediated HDR
more challenging and potentially dependent on in vivo selection or expansion.” % *° To achieve
targeted integration in vivo, clinical trials are now progressing using AAV vectors to deliver both
genome editing components and the donor DNA for MPS | (NCT02702115), MPS II,
(NCT03041324) and hemophilia B (NCT02695160), though the mechanism of gene insertion
can include both HDR and site-specific NHEJ-mediated insertion of the AAV transgene.”® >
However, the requirement for both a nuclease and a donor template complicates this in vivo
delivery platform. Hence, the report of efficient homologous recombination by clade F AAV
vectors in the absence of targeted nucleases is a potentially exciting discovery.*

To evaluate this reported ability of clade F vectors, we packaged homology templates for
the CCR5 or AAVSL loci into AAV9 vectors, or those containing an additional point mutation
G505R, which corresponds to the reported variants AAVHSC13 and AAVHSC17.** As a control,
we also included AAV6 vectors. The AAVS1 homology donor genome we designed mimicked
the approach used by Smith et al.,** where a promoter-less GFP reporter was placed
downstream of a splice acceptor cassette, so that site-specific integration into the PPP1R12C
intron could result in GFP expression. In contrast, the CCR5 homology construct contained an
internal PGK promoter, expected to drive GFP expression from both episomal and integrated
forms of the vector genome. We confirmed that both donor templates were HDR-competent by
demonstrating stable GFP expression in the presence of a matched ZFN and further confirmed
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that integration had occurred into the targeted loci using a specific in-out PCR. However, in the
absence of the matched nucleases, we observed only background levels of GFP expression
and no detectable PCR products when all 6 of the vectors were tested in human HSPC and two
different cell lines.

A possible explanation proposed for the properties of the clade F vectors described by
Smith et al. was enhanced delivery to the nuclei of target cells. Although we did not detect
nuclease-independent editing, we consistently observed a strong correlation between the AAV
transduction rates we measured on day 2 and the genome editing frequency we measured at
later time points in the presence of matched ZFNs. This observation was particularly compelling
in K562 cells, where the number of cell-associated AAV genomes nearly perfectly correlated
with the rate of stable GFP insertion that was achieved across the three capsids. Similarly, the
GFP transduction pattern we observed in HSPCs at day 2 matched the relative nuclease-
mediated editing rates that persisted at day 10 (AAV6 >>> AAV9 > AAV9-G505R). Together,
these data suggest that our clade F vectors did not display a unique propensity for HDR;
instead, the concentration of homology donor template delivered to the cell was the major
determinant of editing rates for all three AAV serotypes tested.

Other aspects of our work did not agree with the results reported by Smith et al., and it is
possible that these could account for the large discrepancies we observed in nuclease-free
editing capabilities. For example, the relative tropism we obtained with AAV6 and AAV9 vectors
on HSPCs is in stark contrast to their observations. In HSPCs and in cell lines, we observed
superior transduction using AAV6 over either of the clade F vectors we tested at equivalent
MOIs, which aligns with previously published comparisons of AAV6 and AAV9 tropism in
HSPCs from both our group and others.> *? Indeed, AAV6 is now routinely used by many
different labs to transduce HSPCs for genome editing applications.** ** °2 Our observations are
also consistent with reports that have described overall low transduction in vitro with AAV9.2% %
In contrast, Smith et al. report 27-fold higher nuclear entry in HSPCs for a pool of clade F
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vectors compared to AAV6, whereas we observed roughly the inverse in K562 cells—i.e. an
average of 36- and 48-fold higher VCNs with AAV6 compared to AAV9 and AAV9-G505R,
respectively.*

It is also possible that the published capsid sequence for AAVHSC13 and AAVHSC17*
is not sufficient to reproduce these results. These variants differ from AAV9 by a single G505R
mutation in VP3, although AAVHSC17 was also reported to contain a silent mutation in VP1.**
Confusingly, both transduction experiments and genome editing results in the recent Smith et al.
report give differing efficiencies for AAVHSC13 and AAVHSC17.%° It is unclear why these two
capsids would behave differently, unless the silent mutation in AAVHSC17 has some unusual
regulatory function, such as altering the traditional 1:1:10 VP1:VP2:VP3 ratio of AAV capsid
proteins. Nevertheless, these potential subtleties of AAVHSC capsids do not explain the
different results obtained with the prototype clade F member AAV9, which is a well-studied
serotype that is used in many applications.

Although we cannot explain these observed in vitro tropism differences, we recognized
that the lower transduction efficiencies we obtained when using clade F vectors compared to
AAV6 were a confounding factor. We achieved less than 10% GFP™ cells in K562 cells and less
than 1% GFP* cells in HSPCs, even when using an MOI that was 16-fold higher than we
typically need to achieve HDR insertion rates in HSPCs at the CCRS5 locus of 15-50% (5 x 10*
vs. 3 x 10% (unpublished observations).> While it is possible that our transduction levels were
too low to detect nuclease-free HDR editing in the assays we used, the MOIs we used were
within the range used by Smith et al,*® although the well-documented potential variability of AAV
titers between labs must be considered when making these sorts of comparisons.®® **
Additionally, the vector copy numbers we found in K562 cells were at least as high as those
reported by Smith in HSPCs, albeit with the opposite observations of relative efficiency between
AAV6 and the clade F AAVs. These data suggest that we are using a similar range of AAV
doses.
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Nevertheless, to try to rule out such a dose effect, we repeated the analyses in HEK-
293T cells, where we could achieve transduction rates of >50% of cells with AAV9 vectors, and
>20% with AAV9-G505R. These transduction frequencies are in line with those reported by
Smith et al. to yield gene insertion rates in excess of 10%, depending on the specific clade F
serotype used. However even with this high level of transduction in HEK-293T cells, we found
no evidence of efficient site-specific genome editing in the absence of a targeted nuclease with
AAV9 or AAV9-G505R vectors. Possibly, higher MOIs may be needed to replicate this
phenomenon, although it may then become challenging to make AAV preparations of sufficient
volume and concentration to achieve such higher MOIs. Moreover, in vivo delivery of high doses
of AAV has been reported to lead to acute toxicity.*®

In summary, our findings suggest that, like AAV6, clade F AAVs are unable to mediate
high-frequency HDR in the absence of a targeted DNA break. We observed this at 2 different
loci in 3 distinct cell types, including primary human HSPCs. While our data agrees that delivery
of the donor DNA template is a critical determinant of the rate of genome editing, inclusion of a
matched targeted nuclease was required for any detectable site-specific gene insertion. The
gene insertion rates we report without ZFNs align with the consensus in the field that AAV
vectors typically achieve less than 1% gene insertion in the absence of a catalytic DNA break.**
% At present we are unable to explain our inability to reproduce the findings of Smith et al.*°
Perhaps there are unidentified features in their AAV constructs, or some aspect of their vector
production, purification, or titration methods that contributed to this phenomenon. Nevertheless,
the reported ability of clade F AAVs to perform highly efficient nuclease-independent genome

editing by homologous recombination is clearly not a universal phenomenon.

Materials & Methods

AAV plasmids
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The AAV6 capsid plasmid pRC6 was purchased from Cell BioLabs (San Diego, CA).
AAV9 capsid plasmid p5E18-VD2/9 was obtained from the University of Pennsylvania Vector
Core. AAV9-G505R was generated by PCR mutagenesis of p5E18-VD2/9 using the In-Fusion
Cloning HD Plus System (Takara Bio, Mountain View, CA). The pITR-CCR5-PGK-GFP vector
genome plasmid contains AAV2 ITRs, CCR5 homology arms of 473 bp (left) and 1431 bp
(right), a hPGK promoter, eGFP, and a BGH polyA signal has been previously described.’
Plasmid pITR-AAVS1 contains homology arms of 801 bp (left), and 568 bp (right),” and a splice
acceptor, 2A peptide from thosea asigna virus, eGFP, and BGH polyA (SA-2A-GFP) was
synthesized (Genewiz, La Jolla, CA) and inserted into the pAAV-AAVS1 backbone by In-Fusion

Cloning to create vector genome pITR-AAVS1-SA-2A-GFP.

AAV vectors

AAV6 and AAV9 vectors expressing CMV-GFP were purchased from Vigene
Biosciences (Rockville, MD). AAV6-CCR5-PGK-GFP was produced at Sangamo Therapeutics
as previously described.® All other AAV vectors were produced in-house using the AAV helper
free packaging system (Cell Biolabs). Briefly, one day before transfection, 9 x 10° 293AAV cells
(Cell Biolabs) were seeded in 15 cm diameter dishes to achieve 70-80% confluence on the day
of transfection. Cells were co-transfected with the following three plasmids: pHelper; capsid
plasmid pAAV-RC6 for AAV6, p5E18-VD2/9 for AAV9, or p5E18-VD2/9-G505R for AAV9-
G505R; and pITR-CCR5-PGK-GFP or pITR-AAVS1-SA-2A-GFP. A total of 81 pg of plasmids
were transfected by calcium phosphate transfection method at a 1:1:1 ratio. Sixteen hours after
transfection, cells were washed once with PBS and kept in fresh DMEM supplemented with
10% FBS.

For AAV9 and AAV9-G505R production, cell pellets were harvested at 72 hours post-
transfection and freeze/thawed at least once with a -80°C/37°C cycle. The cell pellets were then
lysed (150mM NacCl, 20mM Tris pH8, 0.5% sodium deoxycholate, and 100 U/mL benzonase) for
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2 hours. Cell debris were removed by centrifugation at 3000 g for 15 mins. The crude lysate was
subjected to iodixanol gradient ultracentrifugation at 59000 rpm for 70 minutes. After
ultracentrifugation, the 40% iodixanol fraction containing AAV vectors was isolated, and further
concentrated and buffer exchanged to D-sorbitol containing PBS (PBS with 5% D-sorbitol and
350mM NaCl) by centrifugation through an Amicon Ultra-50 centrifugal filter (Millipore,
Burlington, MA) according to the manufacturer’s instructions. The concentrated vectors were
stored at -80°C until use.

For AAV6 production, culture medium was harvested at 72 hours post-transfection and
filtered through a 0.22 uM filter. The filtered medium was then concentrated 20-fold by
tangential flow filtration (TFF) system (Spectrum Laboratories, Rancho Dominguez, CA), using a
polyethersulfone membrane hollow fiber unit with 100 kDa molecular weight cut off and 155 cm?
filtration surface. The KR2i peristaltic pump was used to pump the medium through the filter.
The concentrated medium was then subjected to iodixanol gradient ultracentrifugation as

described above.

AAV vector titration

To remove residual plasmid DNA, AAV vectors were treated with DNasel (New England
Biolabs, Ipswich, MA) at 37°C for 30 mins, followed by heat inactivation at 75°C for 10 mins.
DNA was extracted by treatment with proteinase K (Sigma-Aldrich, St. Louis, MO) for 1 hour at
37°C, followed by heat inactivation at 95°C for 20 mins. The extracted DNA was stored at -20°C
until titration.

AAV vector genome (vg) titers were determined by TagMan qPCR (Thermo Fisher,
Waltham, MA) using ITR specific primers (AAV ITR-Forward 5-GAACCCCTAGTGATGGAGTT-
3, AAV ITR-Reverse 5-CGGCCTCAGTGAGCGA-3’) and probe (AAV ITR-Probe 5-FAM-

CACTCCCTCTCTGCGCGCTCG-Tamra-3"). To prepare the standard curve, serial dilutions of
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DNA extracted contemporaneously from a recombinant AAV2 Reference Standard Material

(American Type Culture Collection, Manassas, VA; VR-1616) was used.>

ZFN reagents and mRNA production

ZFNs targeting the CCR5 and AAVS1 loci have been described previously.> The CCR5-
specific ZFNs were used in a bicistronic cassette with a 2A peptide from thosea asigna virus,
while AAVS1-specific ZFNs were used as 2 separate monomers. Plasmid DNAs were linearized
by restriction enzyme digest (Spel) and purified using the Zymo DNA Clean and Concentrator
protocol (Zymo Research, Irvine, CA). In vitro transcription of mMRNA was performed using the
T7 mScript Standard mRNA Production System (Cellscript, Madison, WI) per manufacturer’s
instructions. RNA was purified using RNA Clean & Concentrator-25 (Zymo Research) per

manufacturer’s protocol and stored at -80° C until use.

Isolation and culture of human CD34" HSPCs

Fetal liver CD34" HSPCs were isolated from tissue obtained from Advanced Bioscience
Resources (Alameda, CA) as anonymous waste samples, with approval of the University of
Southern California’s Institutional Review Board. CD34" cells were isolated as previously
described,’® using physical disruption, incubation in collagenase to give single cell suspensions,
and magnetic bead selection using an EasySep™ Human CD34 Positive Selection Kit
(STEMCELL Technologies Inc., Vancouver, BC, Canada). The resulting CD34" HSPCs were
cultured in StemSpan SFEM Il (STEMCELL Technologies Inc.) supplemented with 1%
penicillin/streptomycin/amphotericin B (PSA) (Sigma Aldrich) and SFT cytokines: 50 ng/mL each

of SCF, FIt3 ligand and TPO (R&D Systems, Minneapolis, MN).

Cell culture, AAV transduction, and electroporation of cells
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HEK-293T cells and HelLa cells were cultured in DMEM supplemented with 10% FBS
and 1% penicillin/streptomycin. Cells were seeded overnight to adhere to plates and washed
once with PBS prior to AAV transduction in DMEM without addition of FBS. AAV was added to
cells at indicated MOls, and after 4 h FBS was restored to the culture.

K562 cells were cultured in RPMI-1640 supplemented with 10% FBS and 1%
penicillin/streptomycin. For genome editing, cells were washed twice with PBS and
resuspended at 2 x 10" cells/mL in RPMI without FBS. Cells were transduced with AAV at 10*
vg/cell for 4 h. AAV only samples were diluted to 4 x 10° cells/mL in RPMI with 10% FBS added.
For cells also receiving ZFN electroporation, 10 pL of transduced cells were mixed with 90 pL of
SF buffer and ZFN mRNA and electroporated using a 4D-X nucleofector using pulse code FF-
120 per manufacturer's recommendation (Lonza, Basel, Switzerland). Cells received 1.6 ug of
CCR5-specific ZFN mRNA or 0.7 pg of each AAVS1-specific ZFN mRNA.

After overnight pre-stimulation, HSPCs were washed twice with PBS and resuspended
at 1 x 10" cells/mL in BTXpress Electroporation Buffer, mixed with ZFN mRNA, and
electroporated using a BTX ECM 830 (Harvard Apparatus, Holliston, MA) at 250 V for 5 ms.
Cells were resuspended in SFEM-II with SFT and PSA and transduced with indicated AAV
vectors. After 4 h, media was supplemented with 10% FBS and cells were cultured for
downstream analyses by flow cytometry.

GFP expression was measured by flow cytometry as indicated on either a FACSCanto I
(BD Biosciences, San Jose, CA) or Guava easyCyte (MilliporeSigma, Burlington, MA). Data

were analyzed using FlowJo software (Flowjo LLC, Ashland, Oregon).

Vector copy number analysis

Cells were pelleted by centrifugation and DNA was isolated using the DNeasy Blood &
Tissue Kit (Qiagen, Hilden, Germany). Roughly 5 ng of genomic DNA was mixed with primers
and probes for a human RPP30 copy number assay labeled with HEX (Bio-Rad, Hercules, CA)
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as an internal control, and GFP-specific primers and probe were as follows: Forward 5’-
AGCAAAGACCCCAACGAGAA-3, Reverse 5-GGCGGCGGTCACGAA-3’, Probe 5-FAM-
CGCGATCACATGGTCCTGCTGG-3'. Droplets were prepared using ddPCR Supermix for
Probes (No dUTP) and a QX200 Droplet Generator (Bio-Rad). The PCR reaction was run on a
C1000 Touch Thermal Cycler with the following conditions: 95 °C 10 min, 40 cycles (94° C 30 s,
60° C 1 min), 98° C 10 min, and 4° C forever. After the PCR reaction, the samples were read on
a QX200 Droplet Reader and the data were analyzed with QuantaSoft analysis software (Bio-
Rad). Linear regression analysis was performed using GraphPad Prism software (San Diego,
CA).

In-out PCR

Cells were pelleted by centrifugation and DNA was isolated using the DNeasy Blood & Tissue
Kit (Qiagen). PCR reactions were prepared with 200 ng genomic DNA and AmpliTaq Gold 360
Master Mix (Applied Biosystems, Foster City, CA). Primers were as follows: CCR5-in 5'-
GAGGATTGGGAAGACAATAGCAG-3, CCR5-out 5'-
CCAGCAATAGATGATCCAACTCAAATTCC-3, AAVS1-in 5-CTAGGGCCGGGATTCTCCT-3,
AAVS1-out 5- CGGAACTCTGCCCTCTAACG-3'. Thermal cycling for CCR5 was as follows: 95°
C for 10 mins, 35 cycles (95° C 30 s, 55° C 30 s, 72°C 105 s), 72° C 7 mins, and 4° C forever.
AAVSL1 cycling was identical except the 72° C extension was performed for 60 s. Equal volumes
of PCR reactions were run on a 1% agarose gel and visualized with GelRed Nucleic Acid Stain

(Biotium, Fremont, CA).

Acknowledgements

This work was supported by National Institutes of Health grant HL129902 to P.M.C. and a

Taiwan USC scholarship to H-Y.C.

Author contributions

18


https://doi.org/10.1101/704197

bioRxiv preprint doi: https://doi.org/10.1101/704197; this version posted July 21, 2019. The copyright holder for this preprint (which was not
certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

G.L.R.,, HY.C., and H.M. performed experiments. G.L.R. and P.M.C. designed experiments,

analyzed and interpreted data, and wrote the manuscript. P.M.C. supervised the study.

19


https://doi.org/10.1101/704197

bioRxiv preprint doi: https://doi.org/10.1101/704197; this version posted July 21, 2019. The copyright holder for this preprint (which was not

certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

References

1.

Dunbar, CE, High, KA, Joung, JK, Kohn, DB, Ozawa, K, and Sadelain, M (2018). Gene
therapy comes of age. Science 359: eaan4672.

Wang, H, La Russa, M, and Qi, LS (2016). CRISPR/Cas9 in Genome Editing and
Beyond. Annu Rev Biochem 85: 227-264.

Gaj, T, Gersbach, CA, and Barbas, CF, 3rd (2013). ZFN, TALEN, and CRISPR/Cas-
based methods for genome engineering. Trends Biotechnol 31: 397-405.

Bak, RO, Gomez-Ospina, N, and Porteus, MH (2018). Gene Editing on Center Stage.
Trends in Genetics 34: 600-611.

Wang, J, Exline, CM, DeClercq, JJ, Llewellyn, GN, Hayward, SB, Li, PW, et al. (2015).
Homology-driven genome editing in hematopoietic stem and progenitor cells using ZFN
MRNA and AAV6 donors. Nat Biotechnol 33: 1256-1263.

Wu, Y, Zeng, J, Roscoe, BP, Liu, P, Yao, Q, Lazzarotto, CR, et al. (2019). Highly
efficient therapeutic gene editing of human hematopoietic stem cells. Nat Med 25: 776-
783.

Jasin, M, and Rothstein, R (2013). Repair of strand breaks by homologous
recombination. Cold Spring Harb Perspect Biol 5: a012740.

DeKelver, RC, Choi, VM, Moehle, EA, Paschon, DE, Hockemeyer, D, Meijsing, SH, et al.
(2010). Functional genomics, proteomics, and regulatory DNA analysis in isogenic
settings using zinc finger nuclease-driven transgenesis into a safe harbor locus in the
human genome. Genome Res 20: 1133-1142.

Genovese, P, Schiroli, G, Escobar, G, Di Tomaso, T, Firrito, C, Calabria, A, et al. (2014).
Targeted genome editing in human repopulating haematopoietic stem cells. Nature 510:

235-240.

20


https://doi.org/10.1101/704197

bioRxiv preprint doi: https://doi.org/10.1101/704197; this version posted July 21, 2019. The copyright holder for this preprint (which was not

10.

11.

12.

13.

14,

15.

16.

17.

certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

DeWitt, MA, Magis, W, Bray, NL, Wang, T, Berman, JR, Urbinati, F, et al. (2016).
Selection-free genome editing of the sickle mutation in human adult hematopoietic
stem/progenitor cells. Sci Transl Med 8: 360ral34.

Wang, J, DeClercq, JJ, Hayward, SB, Li, PW, Shivak, DA, Gregory, PD, Lee, G, and
Holmes, MC (2016). Highly efficient homology-driven genome editing in human T cells
by combining zinc-finger nuclease mRNA and AAV6 donor delivery. Nucleic Acids Res
44: e30.

Dever, DP, Bak, RO, Reinisch, A, Camarena, J, Washington, G, Nicolas, CE, et al.
(2016). CRISPR/Cas9 beta-globin gene targeting in human haematopoietic stem cells.
Nature 539: 384-389.

Sather, BD, Romano Ibarra, GS, Sommer, K, Curinga, G, Hale, M, Khan, IF, et al.
(2015). Efficient modification of CCR5 in primary human hematopoietic cells using a
megaTAL nuclease and AAV donor template. Sci Transl Med 7: 307ral156.

Halder, S, Ng, R, and Agbandje-McKenna, M (2012). Parvoviruses: structure and
infection. Future Virol 7: 253-278.

Buchlis, G, Podsakoff, GM, Radu, A, Hawk, SM, Flake, AW, Mingozzi, F, and High, KA
(2012). Factor IX expression in skeletal muscle of a severe hemophilia B patient 10
years after AAV-mediated gene transfer. Blood 119: 3038-3041.

Nakai, H, Yant, SR, Storm, TA, Fuess, S, Meuse, L, and Kay, MA (2001).
Extrachromosomal recombinant adeno-associated virus vector genomes are primarily
responsible for stable liver transduction in vivo. J Virol 75: 6969-6976.

Niemeyer, GP, Herzog, RW, Mount, J, Arruda, VR, Tillson, DM, Hathcock, J, van Ginkel,
FW, High, KA, and Lothrop, CD, Jr. (2009). Long-term correction of inhibitor-prone
hemophilia B dogs treated with liver-directed AAV2-mediated factor IX gene therapy.

Blood 113: 797-806.

21


https://doi.org/10.1101/704197

bioRxiv preprint doi: https://doi.org/10.1101/704197; this version posted July 21, 2019. The copyright holder for this preprint (which was not

18.

19.

20.

21.

22.

23.

24,

25.

certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

Nathwani, AC, Rosales, C, MclIntosh, J, Rastegarlari, G, Nathwani, D, Raj, D, et al.
(2011). Long-term safety and efficacy following systemic administration of a self-
complementary AAV vector encoding human FIX pseudotyped with serotype 5 and 8
capsid proteins. Mol Ther 19: 876-885.

Zincarelli, C, Soltys, S, Rengo, G, and Rabinowitz, JE (2008). Analysis of AAV serotypes
1-9 mediated gene expression and tropism in mice after systemic injection. Mol Ther 16:
1073-1080.

Grimm, D, Lee, JS, Wang, L, Desai, T, Akache, B, Storm, TA, and Kay, MA (2008). In
vitro and in vivo gene therapy vector evolution via multispecies interbreeding and
retargeting of adeno-associated viruses. J Virol 82: 5887-5911.

Ellis, BL, Hirsch, ML, Barker, JC, Connelly, JP, Steininger, RJ, 3rd, and Porteus, MH
(2013). A survey of ex vivo/in vitro transduction efficiency of mammalian primary cells
and cell lines with Nine natural adeno-associated virus (AAV1-9) and one engineered
adeno-associated virus serotype. Virol J 10: 74.

Mingozzi, F, and High, KA (2011). Therapeutic in vivo gene transfer for genetic disease
using AAV: progress and challenges. Nat Rev Genet 12: 341-355.

Kumar, SR, Markusic, DM, Biswas, M, High, KA, and Herzog, RW (2016). Clinical
development of gene therapy: results and lessons from recent successes. Mol Ther
Methods Clin Dev 3: 16034.

Russell, DW, and Hirata, RK (1998). Human gene targeting by viral vectors. Nat Genet
18: 325-330.

Hiramoto, T, Li, LB, Funk, SE, Hirata, RK, and Russell, DW (2018). Nuclease-free
Adeno-Associated Virus-Mediated I12rg Gene Editing in X-SCID Mice. Mol Ther 26:

1255-1265.

22


https://doi.org/10.1101/704197

bioRxiv preprint doi: https://doi.org/10.1101/704197; this version posted July 21, 2019. The copyright holder for this preprint (which was not

26.

27.

28.

29.

30.

31.

32.

33.

34.

certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

Barzel, A, Paulk, NK, Shi, Y, Huang, Y, Chu, K, Zhang, F, et al. (2015). Promoterless
gene targeting without nucleases ameliorates haemophilia B in mice. Nature 517: 360-
364.

Hirata, RK, and Russell, DW (2000). Design and packaging of adeno-associated virus
gene targeting vectors. J Virol 74: 4612-4620.

Hung, KL, Meitlis, I, Hale, M, Chen, CY, Singh, S, Jackson, SW, et al. (2018).
Engineering Protein-Secreting Plasma Cells by Homology-Directed Repair in Primary
Human B Cells. Mol Ther 26: 456-467.

Chen, JS, Dagdas, YS, Kleinstiver, BP, Welch, MM, Sousa, AA, Harrington, LB, et al.
(2017). Enhanced proofreading governs CRISPR-Cas9 targeting accuracy. Nature 550:
407-410.

Kleinstiver, BP, Pattanayak, V, Prew, MS, Tsai, SQ, Nguyen, NT, Zheng, Z, and Joung,
JK (2016). High-fidelity CRISPR-Cas9 nucleases with no detectable genome-wide off-
target effects. Nature 529: 490-495.

Slaymaker, IM, Gao, L, Zetsche, B, Scott, DA, Yan, WX, and Zhang, F (2016). Rationally
engineered Cas9 nucleases with improved specificity. Science 351: 84-88.

Paschon, DE, Lussier, S, Wangzor, T, Xia, DF, Li, PW, Hinkley, SJ, et al. (2019).
Diversifying the structure of zinc finger nucleases for high-precision genome editing. Nat
Commun 10: 1133.

Tsai, SQ, Zheng, Z, Nguyen, NT, Liebers, M, Topkar, VV, Thapar, V, et al. (2015).
GUIDE-seq enables genome-wide profiling of off-target cleavage by CRISPR-Cas
nucleases. Nat Biotechnol 33: 187-197.

Tsai, SQ, Nguyen, NT, Malagon-Lopez, J, Topkar, VV, Aryee, MJ, and Joung, JK
(2017). CIRCLE-seq: a highly sensitive in vitro screen for genome-wide CRISPR-Cas9

nuclease off-targets. Nat Methods 14: 607-614.

23


https://doi.org/10.1101/704197

bioRxiv preprint doi: https://doi.org/10.1101/704197; this version posted July 21, 2019. The copyright holder for this preprint (which was not

35.

36.

37.

38.

39.

40.

41.

42.

certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

Wienert, B, Wyman, SK, Richardson, CD, Yeh, CD, Akcakaya, P, Porritt, MJ, et al.
(2019). Unbiased detection of CRISPR off-targets in vivo using DISCOVER-Seq.
Science 364: 286-289.

Gaudelli, NM, Komor, AC, Rees, HA, Packer, MS, Badran, AH, Bryson, DI, and Liu, DR
(2017). Programmable base editing of A*T to G*C in genomic DNA without DNA
cleavage. Nature 551: 464-471.

Komor, AC, Kim, YB, Packer, MS, Zuris, JA, and Liu, DR (2016). Programmable editing
of a target base in genomic DNA without double-stranded DNA cleavage. Nature 533:
420-424.

Nishida, K, Arazoe, T, Yachie, N, Banno, S, Kakimoto, M, Tabata, M, et al. (2016).
Targeted nucleotide editing using hybrid prokaryotic and vertebrate adaptive immune
systems. Science 353.

Klompe, SE, Vo, PLH, Halpin-Healy, TS, and Sternberg, SH (2019). Transposon-
encoded CRISPR-Cas systems direct RNA-guided DNA integration. Nature 571: 219-
225.

Smith, LJ, Wright, J, Clark, G, Ul-Hasan, T, Jin, X, Fong, A, et al. (2018). Stem cell-
derived clade F AAVs mediate high-efficiency homologous recombination-based
genome editing. Proc Natl Acad Sci U S A 115: E7379-E7388.

Smith, LJ, Ul-Hasan, T, Carvaines, SK, Van Vliet, K, Yang, E, Wong, KK, Jr., Agbandje-
McKenna, M, and Chatterjee, S (2014). Gene transfer properties and structural modeling
of human stem cell-derived AAV. Mol Ther 22: 1625-1634.

Song, L, Kauss, MA, Kopin, E, Chandra, M, Ul-Hasan, T, Miller, E, et al. (2013).
Optimizing the transduction efficiency of capsid-modified AAV6 serotype vectors in
primary human hematopoietic stem cells in vitro and in a xenograft mouse model in vivo.

Cytotherapy 15: 986-998.

24


https://doi.org/10.1101/704197

bioRxiv preprint doi: https://doi.org/10.1101/704197; this version posted July 21, 2019. The copyright holder for this preprint (which was not

43.

44,

45,

46.

47.

48.

49.

50.

51.

certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

Porteus, M (2007). Using homologous recombination to manipulate the genome of
human somatic cells. Biotechnol Genet Eng Rev 24: 195-212.

Rouet, P, Smih, F, and Jasin, M (1994). Expression of a site-specific endonuclease
stimulates homologous recombination in mammalian cells. Proc Natl Acad Sci U S A 91
6064-6068.

Kaeppel, C, Beattie, SG, Fronza, R, van Logtenstein, R, Salmon, F, Schmidt, S, et al.
(2013). A largely random AAV integration profile after LPLD gene therapy. Nat Med 19:
889-891.

Nault, JC, Datta, S, Imbeaud, S, Franconi, A, Mallet, M, Couchy, G, et al. (2015).
Recurrent AAV2-related insertional mutagenesis in human hepatocellular carcinomas.
Nat Genet 47: 1187-1193.

Berns, Kl, Byrne, BJ, Flotte, TR, Gao, G, Hauswirth, WW, Herzog, RW, et al. (2015).
Adeno-Associated Virus Type 2 and Hepatocellular Carcinoma? Hum Gene Ther 26:
779-781.

Gil-Farina, |, Fronza, R, Kaeppel, C, Lopez-Franco, E, Ferreira, V, D'Avola, D, et al.
(2016). Recombinant AAV Integration Is Not Associated With Hepatic Genotoxicity in
Nonhuman Primates and Patients. Mol Ther.

Gornalusse, GG, Hirata, RK, Funk, SE, Riolobos, L, Lopes, VS, Manske, G, et al.
(2017). HLA-E-expressing pluripotent stem cells escape allogeneic responses and lysis
by NK cells. Nat Biotechnol 35: 765-772.

Anguela, XM, Sharma, R, Doyon, Y, Miller, JC, Li, H, Haurigot, V, et al. (2013). Robust
ZFN-mediated genome editing in adult hemophilic mice. Blood 122: 3283-3287.
Sharma, R, Anguela, XM, Doyon, Y, Wechsler, T, DeKelver, RC, Sproul, S, et al. (2015).
In vivo genome editing of the albumin locus as a platform for protein replacement

therapy. Blood 126: 1777-1784.

25


https://doi.org/10.1101/704197

bioRxiv preprint doi: https://doi.org/10.1101/704197; this version posted July 21, 2019. The copyright holder for this preprint (which was not

52.

53.

54.

55.

certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

Schiroli, G, Conti, A, Ferrari, S, Della Volpe, L, Jacob, A, Albano, L, et al. (2019). Precise
Gene Editing Preserves Hematopoietic Stem Cell Function following Transient p53-
Mediated DNA Damage Response. Cell Stem Cell 24: 551-565 e558.

Lock, M, McGorray, S, Auricchio, A, Ayuso, E, Beecham, EJ, Blouin-Tavel, V, et al.
(2010). Characterization of a recombinant adeno-associated virus type 2 Reference
Standard Material. Hum Gene Ther 21: 1273-1285.

Ayuso, E, Blouin, V, Lock, M, McGorray, S, Leon, X, Alvira, MR, et al. (2014).
Manufacturing and characterization of a recombinant adeno-associated virus type 8
reference standard material. Hum Gene Ther 25: 977-987.

Hinderer, C, Katz, N, Buza, EL, Dyer, C, Goode, T, Bell, P, Richman, LK, and Wilson,
JM (2018). Severe Toxicity in Nonhuman Primates and Piglets Following High-Dose
Intravenous Administration of an Adeno-Associated Virus Vector Expressing Human

SMN. Hum Gene Ther 29: 285-298.

26


https://doi.org/10.1101/704197

bioRxiv preprint doi: https://doi.org/10.1101/704197; this version posted July 21, 2019. The copyright holder for this preprint (which was not
certified by peer review) is the author/funder. All rights reserved. No reuse allowed without permission.

Figure Legends

Figure 1. Transduction of human HSPCs and cell lines by AAV6 and AAV9. (A) HSPCs
were transduced with AAV6 or AAV9 vectors containing a CMV-GFP cassette at indicated MOls
and GFP expression was measured 2 days later by flow cytometry, for n = 2 HSPC donors.
Data are shown as mean + SEM. (B) HEK-293T, HeLa and K562 cells were transduced with
AAV6 or AAV9 CMV-GFP vectors at an MOI of 10°, and GFP expression was measured 2 days
later by flow cytometry. (C) HEK-293T cells were transduced with AAV6 or AAV9 CMV-GFP
vectors at an MOI of 5 x 10°, and GFP expression was measured at day 2 and day 17 by flow

cytometry.

Figure 2. Genome editing K562 cells at the CCR5 locus requires a targeted nuclease. (A)
Schematic of the CCR5-PGK-GFP AAV vector genome and the result of HDR genome editing
at the CCR5 locus. PGK promoter-driven GFP expression can occur from episomal AAV
genomes or following insertion into the host DNA. The position of in-out PCR primers, to detect
site-specific insertion, are indicated. (B) K562 cells were transduced with AAV6, AAV9, or
AAV9-G505R vectors packaging CCR5-PGK-GFP genomes at an MOI of 10*, and samples
were electroporated with CCR5-specific ZFN mRNA as indicated. Flow cytometry plots are
shown for indicated treatments and times. (C) Comparison of GFP expression after 14 days in
indicated samples, treated with or without ZFN mRNA. (D) In-out PCR to detect insertion of the
PGK-GFP cassette at CCR5. (E) Correlation between cell-associated vector copy number

(VCN) at day 2 versus GFP expression by flow cytometry at day 14, for indicated samples.

Figure 3. Genome editing K562 cells at the AAVSL1 locus requires a targeted nuclease. (A)
Schematic of the AAVS1-SA-2A-GFP AAV vector genome and the result of HDR genome
editing at the AAVS1 locus. GFP expression occurs following site-specific integration and
splicing of the edited PPP1R12C transcript. The position of in-out PCR primers, to detect site-
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specific insertion, are indicated. (B) K562 cells were transduced with AAV6, AAV9, or AAV9-
G505R vectors packaging AAVS1-SA-2A-GFP genomes at an MOI of 10%, and samples were
electroporated with AAVS1-specific ZFN mRNA as indicated. Flow cytometry plots are shown at
indicated treatments and times. (C) Comparison of GFP expression after 14 days in indicated
samples, treated with or without ZFN mRNA. (D) In-out PCR to detect insertion of the PGK-GFP
cassette at AAVS1. The lower panel is a cropped overexposure of the same gel with increased
brightness to improve visualization of the AAV9-G505R samples. (E) Correlation between cell-
associated vector copy number (VCN) at day 2 versus GFP expression by flow cytometry at day

14, for indicated samples.

Figure 4. Lack of nuclease-free genome editing in HEK-293T cells. HEK-293T cells were
transduced with AAV6, AAV9, or AAV9-G505R vectors packaging either (A) CCR5-PGK-GFP
genomes or (B) AAVS1-SA-2A-GFP genomes, at an MOI of 5 x 10°, and GFP expression was

measured at indicated timepoints by flow cytometry.

Figure 5. Genome editing in HSPCs by AAV6 and clade F vectors requires matched
nucleases. HSPCs were transduced with AAV6, AAV9, or AAV9-G505R vectors packaging (A-
C) CCR5-PGK-GFP vector genomes, or (D-E) AAVS1-SA-2A-GFP vector genomes, at an MOI
of 5 x 10*. Samples were electroporated with CCR5- or AAVS1-specific ZFN mRNAs as
indicated. GFP expression was measured at day 2 or day 10 post-electroporation by flow
cytometry. (A) Graphs of day 2 GFP measurements from AAV vector only samples show rates
of initial AAV transduction. (B,D) Flow cytometry analyses for indicated treatments at day 10. (C,

E) Graphical representation of stable GFP expression at day 10.

28


https://doi.org/10.1101/704197

[ AAVe
H AAV9

O_
10° 10* 10°

AAV MOI

o4

[ Day2
Il Day 17


https://doi.org/10.1101/704197

AAV genome GEE!

- PGK

>GFP\\

mRNA

L,

—

C_GFP_D-AAAAAA

lHDR

Genomic locus In primer Out primer
— CCR5 gene H PGK>—{ GFP_H pA || CCR5 gene F——
Lo e amannn
mRNA
C E
No AAV AAV6 AAV9 AAV9-G505R B No ZFN
—~ 801 O NoZFN —~ 80
S =gt - - +ZFN
(; ] 0.91% 48.0% 8.81% 4.38% > 60 % 60 AKVE
®© o
o o 40
o ?>0.999
O 20
BN 0L AAVO-G505R
3 0% 0.30% | | 0.043% | 0.086% N e O & 0 100 200 300 400
> [ N K F S VCN (Day 2)
= ra S o
- = et N s D
E < 1 ] No AAV  AAV6 AAV9 AAV9-G505R
N Q9 57.4% | | 11.8% | | 6.42% ZEN - - o+ o+ 4
< 0 |
. ]
©
1652 bp —> =

> GFP

-

-


https://doi.org/10.1101/704197

Genomic locus

AAV genome

Out primer

AAVS1-L T2A }[ GFP H{ pA ma@

lHDR
In primer

e
- PPP1R12C promoter>{ AAVS1 gene T2A H GFP H pA H AAVS1 gene -
RNA |—> PPPIR12Cexon 1> AT2AXC_ GFP _D-AAAAAA
B c 80 O No ZFN E 80- -8- No ZFN
No AAV AAV6 AAV9 AAVO-G505R < ot < - +ZFN
9 % 60- % 60 AAVE
~ 0.91% 0.94% 0.99% 0.60% a 9,
> +& 401 +& e r2=0.999
= O 207 O 207 /aave
X X AAV9-G505R
o |
i N 0 50 100 150 200
B OVY“ & & 060 VCN (Day 2)
> < o
© )
8 ¥
D No AAV  AAV6 AAV9 AAV9-G505R
S ; ZFN - -+ -+ -
T <
N O | 63.5% 14.3% 9.74%
+ 0
< ' : 3
— -—
> GFP 1026 bp |
|
— |
1026 bp — -



https://doi.org/10.1101/704197

% GFP*

100+

[ Day 2
Il Day 17

% GFP*

%] [ Day2
41 Il Day 17
3.

2.

1.



https://doi.org/10.1101/704197

% GFP* (Day 10) % GFP* (Day 2)

% GFP* (Day 10)

40
30
20
10-
1.0
0.51 l .
0.0-
N A‘b AQ) (OQ~
FEF
N
Na
40- 3 No ZFN
304 Bl CCR5 ZFN
>0 I B3 AAVS1 ZFN
10-
3_
2_
1_
0_
R Q‘b AQ’ 6)Q~
RS S O
N
g
757 [ No ZFN
Il CCR5ZFN
50+ B AAVS1 ZFN
25-
3-
2-
1-
0_
N AQ) Ao') <&
%)
¥
s

CCR5 ZFN No ZFN

AAVS1 ZFN

CCR5 ZFN No ZFN

AAVS1 ZFN

AAV9

AAV9-G505R

0.050%| |

0%

— SSC-A

0%

b

)

AAV9-G505R

2.62%

1.35%

1.08%

0.93%

1.01%

1.05%

— SSC-A

3.60%

2.60%



https://doi.org/10.1101/704197

