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Prime editor (PE) has tremendous promise for gene therapy.
However, it remains a challenge to deliver PE (>6.3 kb) in vivo.
Although PE can be split into two fragments and delivered using
dual adeno-associated viruses (AAVs), choice of split sites within
Cas9—which affects editing efficiency—is limited due to the
large size of PE. Furthermore, overexpressing reverse transcrip-
tase in mammalian cells might disrupt translation termination
via its RNase H domain. Here, we developed a compact PE
without the RNase H domain that showed editing comparable
with full-length PE. With compact PE, we used a Cas9 split site
(Glu 573) that supported robust editing in cells (up to 93% of
full-length PE) and in mouse liver. We then demonstrated that
split-cPE573 delivered by dual-AAV8 efficiently mediated a 3-
bp TGA insertion in the Pcsk9 gene in mouse liver. Compact
PE without the RNase H domain abolished its binding to pep-
tidyl release factor 1 (eRF1) and mitigated the stop codon read-
through effect observed with full-length PE. This study identifies
a compact PE with a flexible split design to advance utility of
prime editing in vivo.

INTRODUCTION

PE is a new gene editing tool consisting of a Cas9 nickase fused to an
engineered Moloney murine leukemia virus (M-MLV) reverse tran-
scriptase (RT). In the PE construct, Cas9 nickase is guided by RNA
(single guide RNA [sgRNA]) to a target site, where the nickase cleaves
only one DNA strand. M-MLV RT then uses an extension of the
sgRNA, called prime editing guide RNA (pegRNA), as an RT tem-
plate to generate complementary DNA (cDNA) for precise repair
of the nicked site. By erasing the need to generate double-strand
breaks to direct changes in the genome, PE overcomes limitations
of previous gene editing tools that have caused bottlenecks in their
application as therapeutics. Moreover, PE can flexibly generate all
possible base substitutions, small insertions (up to 44 bp), and small
deletions (up to 80 bp)."> With enhanced precision and versatility, PE
promises to accelerate the clinical development of gene editors.

For PE to succeed as a tool for gene therapy, it is important to achieve
efficient delivery in vivo. Adeno-associated virus (AAV) is the most
widely used vector for in vivo delivery of gene therapies. However, the
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packaging capacity of AAV vectors is limited to ~5 kb,>* which is insuf-
ficient for the large PE construct (>6.3 kb). To address this issue, Cas9 is
split into two vectors,”® often using the extensively studied split-intein
system, and delivered by dual AAVs. Choice of split site affects the struc-
tural stability, and thus the reconstituting activity, of Cas9, resulting in
variable editing efficiency. Due to the large size of PE, Cas9 can only be
split within a small window to fit in AAV vectors. Unfortunately, split
sites within this window do not support efficient Cas9 editing. Reducing
PE size would confer flexibility in the choice of split site, and provide an
opportunity to achieve more efficient prime editing in vivo.

It may be possible to engineer a compact PE by truncating RT. M-
MLV RT is a monomeric polypeptide containing fingers/palm,
thumb, connection, and RNase H domains (residues 1-275, 276-
361, 362-496, and 497-671, r<espec'[ively),9’11 and has two active sites
(DNA polymerase and RNase H) that reside in separate, distinct
structural domains'? (Figure 1A). Mutating the RNase H domain,
which is responsible for degrading RNA in the RNA/DNA hybrid
during DNA synthesis, improves efficiency of cDNA synthesis from
the protected RNA."> We hypothesize, therefore, that the RNase H
domain is not essential for prime editing.

Removing the RNase H domain may also improve safety of PE in
cells. Previous studies show that the RNase H domain of native M-
MLV RT interacts with eRF1,"* which is essential for termination
of protein translation.'” During translation termination, eRF1 recog-
nizes a stop codon and recruits other termination factors (e.g., eRF3)
through its C-terminal domain to form the pre-termination complex.
Because eRF1 also interacts with RT through its C-terminal domain,
RT (when overexpressed) might occlude binding of regulatory factors
to eRF1, promoting stop codon readthrough.'*'® Overexpressing PE
in cells shows minimal perturbation of the transcriptome,’ but the ef-
fect of PE on protein translation has not been investigated.
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Figure 1. The RT RNase H domain in PE3 is
dispensable for prime editing

(A) Top: crystal structure of M-MLV RT (PDB: 5dmaq.1).
Bottom: schematic representations of RT variants with
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In this study, we developed a compact PE without the RNase H
domain of RT. The compact PE increased the flexibility of split site
choice in Cas9 while maintaining editing efficiency comparable
with PE in HEK293T cells. Using the compact PE, we developed an
optimized split-PE to support robust prime editing in cells and in vivo.
We also found that PE2 interacts with eRF1 through the RNase H
domain of RT to promote readthrough in HEK293T cells, whereas
compact PE2 without the RNase H domain does not interact with
eRF1, abolishing the readthrough effect. Compact PE has the poten-
tial to improve the safety and delivery efficiency of prime editing for
in vivo applications.

RESULTS

Development of a compact PE lacking the RNase H domain

We constructed four compact PE variants—RT497, RT474, RT418,
and RT362—with progressive truncation of the RNase H and connec-
tion domains (Figure 1A). After transfection into HEK293T cells, we
observed expression of each PE variant by western blot (Figure S1A).

To evaluate the editing efficiency of compact PE3 variants in cells, we
delivered each construct to a HEK293T reporter cell line with a pre-

1344 Molecular Therapy Vol. 30 No 3 March 2022

+Nicking sgRNA

codon to CAA to induce mCherry expression,
which is measured by flow cytometry.'” We
found that RT497, in which the RNase H
domain is removed, exhibited prime editing efficiency that was
similar to PE3 (11.0% versus 10.2%, respectively; Figures 1B and
S1B). By contrast, RT474, RT418, and RT362, which lack not only
the RNase H domain but also parts of the connection domain, showed
significantly lower editing efficiencies (7.3%, <0.1%, and <0.1%,
respectively).

Next, we tested the efficiency of precise genomic insertion by compact
PE3 variants in a Traffic Light Reporter Multi-Cas Variant 1 (TLR-
MCV1) HEK293T reporter line. Each variant was programmed to
insert an 18-bp sequence at the target site to induce GFP expression.
Imprecise insertion/deletion (indels) by compact PE3 variants will
induce mCherry expression (Figure S2A)."” RT474, RT497, and
PE3 exhibited similar editing efficiencies (3.4%, 4.9%, and 4.9%,
respectively) and indel rates (0.9%, 1.3%, and 2.0%, respectively; Fig-
ure 1C), whereas RT362 and RT418 showed lower on-target editing
efficiencies (0.1% for both).

Finally, we tested the compact PE3 variants to precisely delete a 47-bp
insertion in a second TLR reporter cell line (Figure S2B).!” RT497
showed higher on-target editing efficiency (4.4% versus 3.5%) and
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Figure 2. Precise editing by compact PE3 at
endogenous loci

(A) Comparison of precise editing and indel efficiency for
substitutions and insertions induced by RT362, RT474,
RT497, and PE3 at FANCF, VEGFA, RNF2, and HEK3 loci
in HEK293T cells. (B) Left: schematic of single nucleotide
substitution at positions +1, +12, and +30 of HEK3. Right:
comparison of precise editing efficiency for single nucle-
otide substitution at positions +1, +12, and +30 of HEK3

PE3 by RT474, RT497, and PE3. Results were obtained from

three independent experiments (RT474) or four inde-
pendent experiments (RT362, RT497, PE3), shown as
mean + SD. NS, not significant; *p < 0.05; ***p < 0.001.

FANCF, VEGFA, and RNEF2, respectively.
RT497 and PE3 also induced 3-bp insertions
at a frequency of 40.9% and 37.7%, respectively,
in the HEK3 locus (Figures 2A, S3A-S3D).

PE3 RT474 exhibited lower editing efficiency for 1-

bp substitutions at RNF2 (12.6%), but compara-
ble editing efficiencies for 1-bp substitutions at
FANCF (46.7%) and VEGFA (48.9%), and 3-
bp insertion at HEK3 (37.8%).

Although the RNase H domain of M-MLV RT
is not required for DNA polymerase activity,
the residues in the C helix may stabilize
enzyme/primer-template interactions. Thus,
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similar indel rate (0.74% versus 0.75%), whereas RT474 and PE3 ex-
hibited similar editing efficiencies (3.2% versus 3.5%) and indel rates
(0.83% versus 0.75%). By contrast, editing efficiencies of RT362 and
RT418 were significantly lower (0.1% and 0.2%) (Figure 1D).

Collectively, these results demonstrate that the RT RNase H domain is
dispensable for prime editing. We found that RT497 exhibits nucleo-
tide substitutions, precise small insertions and deletions, and indel
rates at efficiencies comparable with full-length PE3.

Compact PE efficiently introduces mutations at endogenous loci

To show that the observed editing efficiencies of compact PE3 vari-
ants are not specific to fluorescent reporters, we programmed each
compact PE3 variant to edit at the +1 position (1 bp after the Cas9
nicking site) of four endogenous loci (FANCF, VEGFA, RNF2, and
HEK3) previously validated by amplicon sequencing in HEK293T
cells." Using deep sequencing, we found that RT497 induced on-
target editing efficiencies comparable with PE3 at all four loci. Indeed,
RT497 induced a 1-bp substitution at a frequency of 51.1%, 50.7%,
and 20.7% at FANCF, VEGFA, and RNF2, respectively. PE3 resulted
in 1-bp substitutions at a frequency of 46.6%, 46.9%, and 20.3% at

shorter RT product.'® To determine whether
the best-performing compact PE3 variants
(RT497 and RT474) have a narrower editing
window than PE3, we programmed each for 1-bp substitutions at
positions +1, +12, and +30 in the HEK3 locus in HEK293T cells (Fig-
ure 2B).! RT474, RT497, and PE3 had similar editing efficiencies at
the +1 position (32.3%, 36.5%, and 35.8%, respectively), +12 position
(32.3%, 38.0%, and 38.2%, respectively), and +30 position (24.4%,
31.7%, and 31.2%, respectively) (Figure 2B). These data suggest that
truncating the RNase H domain only does not affect the processivity
of RT for short products (~30 bp). Based on these results, we moved
forward with RT497 to develop an efficient split-PE2.

Development of efficient split-PE2

Due to the packaging limit of AAV (<5 kb) and the large size of Spy-
Cas9 (4.1 kb) and M-MLV RT (2 kb), Cas9 can only be split after res-
idue R691 to ensure the C-terminal fragment of PE2 can be packaged
with a Ula promoter, RBG poly(A), and Nostoc punctiforme (Npu)
intein into a single AAV vector (Figures 3A and S4A). The smaller
size of RT497 allows Cas9 to be split up to residue L551 from the
C terminus (Figure S4A), enabling the use of a potentially more effi-
cient Cas9 split site.”'? To identify an optimal split-RT497 (referred
to as split-cPE hereafter), we tested four different split sites that
have previously been tested for split-Cas9 or split-base editors:
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Figure 3. Development of a split-intein PE3 for in vivo delivery

CCACAGCTCCTTICICCTGAGTEGCAA

(A) Map of split-cPE2 plasmids. CMV, cytomegalovirus promoter; NLS, SV40 nuclear localization sequence; N-Cas9 nickase, N-terminal Cas9; C-Cas9 nickase, C-terminal
Cas9; poly(A), bGH poly(A). (B) Editing frequencies of split-cPE3 at FANCF and HEKS in HEK293T cells. Results were obtained from three independent experiments, shown
as mean + SD. (C) PE2 or split-cPE2-573, pegRNA, nicking sgRNA targeting Ctnnb1, MYC transposon, and transposase plasmids were hydrodynamically injected into wild-
type FVB mice to generate liver tumors. PE2, non-target pegRNA, MYC transposon, and transposase plasmids were injected in the control group. (D) Representative images
of liver tumor burden 28 days after plasmid injection. (E) Mean number of visible tumor nodules. Results were obtained from three (control and PES) or four (split-cPE3-573)
mice, shown as mean + SD. (F) Sanger sequencing of control liver and representative tumors. NS, not significant; *p < 0.05; **p < 0.01; ***p < 0.001.

E573 (split-cPE2-573), K637 (split-cPE2-637), Q674 (split-cPE2-
674), or Q713 (split—cPE2—713).3’8‘19’20 To determine the effect of
each split site on RT497 fusion, we co-transfected the N-terminal
and C-terminal fragments of each split-cPE2 variant into HEK293T
cells and measured protein expression using western blot. We
observed spliced full-length RT497 expression after transfection of
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three out of the four variants: split-cPE2-573, split-cPE2-674, and
split-cPE2-713. Among them, split-cPE2-573 showed the highest
expression of full-length RT497 (Figure S4B).

Next, we tested the prime editing efficiency of split-cPE3 variants at
two endogenous loci (FANCF and HEK3) in HEK293T cells. Using
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(A) Introducing a TGA stop codon in the Pcsk9 gene by
PE. Sanger sequencing of control and PES3-treated
Hepal-6 cells is shown. Arrows denote TCA insertion
(reverse complementary of TGA). (B) Schematic of the
split-intein dual-AAV cPE-573 and tail-vein injection ex-
periments. Five-week-old C57BL/6 mice were injected
with a total of 2 x 10" vg AAVS. After 2 and 4 weeks, liver
genomic DNA was sequenced. (C) Frequencies of precise
editing and indel in AAV-treated mice. Error bars are SD
(n = 8). Untreated mice were used as negative controls.

U6 U w £ 46k
Cc

Inteinc C-Cas9 RT (497 aa) NLS polyA ® 20— EH Precise editing
[ BB 350 T = Indels (Figure 3C).** Mice were sacrificed after
2 454 28 days. Mice injected with PE3 (n = 3) and
Tail vein injoction of dual AAVS g split—cPE3—573 (n = 4) develoPed a similar
1072vg N terminal S 10 number of liver tumor nodules, with an average
N &3 10"2vg C terminal 2 of 10.7 tumors and 9.5 tumors per mouse,
y'\ 3 5 respectively (Figures 3D and 3E). Sanger
“‘2 sequencing of tumor nodules showed precise
= o substitution of S45F in Ctnnbl in both groups

I I I Control 2 weeks 4 weeks

deep sequencing, we found that split-cPE3-573 showed the highest
precise editing efficiency among split-cPE3 variants. Split-cPE3-573
editing efficiency was 92.6% of full-length RT497 at HEK3 (38.9%
versus 42.0%), and 74.2% of RT497 at FANCF (28.2% versus
38.0%) (Figures 3B, S4C, and S4D). Split-cPE3-573 outperformed
split-PE3 variants from previous studies with regard to maintaining
editing efficiency of full-length counterparts. Indeed, editing effi-
ciencies of PE3 split at 1,005 and 1,024 with Rhodothermus marinus
intein®' were ~72.0% and ~75.8% of full-length PE3 at HEK3, and
~65.6% and ~68.4% of full-length PE3 at VEGFA.*' For comparison,
split-cPE3-573 editing efficiency was ~92.6% of RT497 at HEK3 (Fig-
ure 3B) and ~78.5% of RT497 at VEGFA (Figure S5A). To compare
the off-target effects induced by cPE3 versus split-cPE3-573, we
analyzed off-target effects at the top four known Cas9 off-target sites
for the three pegRNAs at the HEK3, FANCF, and VEGFA loci. Deep
sequencing showed no detectable off-target editing at any of the 12
sites (Figure S5A).

Next, we sought to determine whether split-cPE3-573 could induce
efficient prime editing in vivo. We designed a pegRNA to generate
a C:G to T:A transversion in Ctnnbl (B-Catenin) that produces the
oncogenic S45F mutation frequently observed in liver cancer.””*’
PE2 or split-cPE2-573, pegRNA, and nicking sgRNA were delivered
to the liver of Friend leukemia virus B (FVB) mice via hydrodynamic
tail-vein injection. Deep sequencing data showed that the average pre-
cise substitution of S45F in Ctnnbl of PE3 and split-cPE3-573 were
0.87% and 0.63% (n = 3), respectively (Figure S5B). Next, we co-in-
jected mice with MYC transposon to provide a second oncogenic
driver for liver cancer formation with the Ctnnbl mutation

(Figure 3F). As a control, a non-target pegRNA
was injected and no tumor was formed.
Together, these data demonstrate that split-
cPE3-573 could induce efficient prime editing
in vivo. Using split-cPE-573, the coding sequence of PE could be
distributed on a dual-vector system and packaged into AAV.

Dual AAV Pcsk9 TGA
insertion

Delivery of split-cPE using AAV for in vivo prime editing

We next investigated whether split-cPE-573 could be delivered in vivo
using dual AAVs. We designed a pegRNA and nicking sgRNA target-
ing the mouse proprotein convertase subtilisin/kexin type 9
(Pcsk9)*>2° gene to insert a TGA stop codon in the first exon, which
could abolish Pcsk9 function in familial hypercholesterolemia. We
first evaluated the TGA insertion efficiency by co-transfecting PE3
with pegRNA and sgRNA in Hepa 1-6 cells. Sanger sequencing
showed that PE3 could efficiently insert TGA at Pcsk9 (Figure 4A).

Next, we generated two AAV vectors; the first vector encodes the
N-terminal half of cPE2, pegRNA, and nicking sgRNA targeting
Pcsk9, and the second vector encodes the C-terminal half of cPE2
(Figure 4B). These two vectors were packaged into AAVS and a total
of 2 x 10'* vector genome (vg) was injected into 5-week-old C57BL/
6] mice through the tail vein (Figure 4B). Mouse livers were harvested
at 2 weeks and 4 weeks after injection. Deep sequencing showed that
the average precise editing efficiencies were 1.5% (n = 3) and 13.5%
(n = 3), respectively (Figure 4C). These data suggest that split-
cPE2-573 can be delivered in vivo using dual-AAV.

PE2 but not RT497 promotes stop codon readthrough

M-MLV RT interacts with the C-terminal domain of eRF1 via the
RNase H domain (Figure 5A)."* Moreover, structures of the eRF1/
eRF3 complex and the M-MLV RT/eRF1 complex show that eRF1
interacts with M-MLV RT and eRF3 through overlapping surface
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Figure 5. PE2 increases stop codon readthrough
through the RNase H domain
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regions'*; therefore, RT likely competes with eRF3 to bind eRF1.
However, it is unclear whether PE2, which contains an engineered
variant of M-MLV RT with five mutations (D200N, L603W,
T330P, T306K, and W313F), interacts with eRF1 in cells. Using co-
immunoprecipitation (coIP) assays, we confirmed that eRF1 interacts
with PE2 (Figure 5B).

eRF1 plays an essential role in the termination of protein translation
and nonsense-mediated decay (NMD) of mRNA molecules.'” During
translational termination, eRF1 recognizes all three stop codons and
recruits other termination factors, such as eRF3, to form the pre-
termination complex. However, when eRF1 detects a premature
stop codon or an irregularly spliced mRNA, it will recruit upframe-
shift protein 1 (UPF1) to trigger NMD."” eRF1 interacts with RT
and other regulatory factors through its C-terminal domain. RT
may compete with eRF3, UPF1, and other regulatory factors’ binding
to eRF1, thereby promoting stop codon readthrough and bypassing
mRNA degradation by NMD. To test whether PE2 outcompetes
eRF3 to promote readthrough, we used an established stop codon
readthrough reporter containing Renilla luciferase, a recoding win-
dow that includes a stop codon, and firefly luciferase (Renilla:TAG:
firefly)®” (Figure 5C). Stop codon readthrough is measured by firefly
relative to Renilla luciferase activities. A control reporter containing a
recoding window lacking a stop codon (Renilla:CAG:firefly) was used
for normalization. PE2 overexpression in cells containing the dual
luciferase reporter led to a ~1.6-fold increase in readthrough
compared with an empty control (7.6% versus 4.6%, respectively)
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says. The red dot represents the stop codon. (D) PE2 but
not RT497 overexpression promotes stop codon read-
through. PE2, RT497, or control vector were co-trans-
fected with dual luciferase reporter in HEK293T cells. The
ratio of Firefly:Renilla from each experimental group was
normalized to a control reporter lacking a stop codon
between Firefly and Renilla. (E) Model of PE2 promoting
stop codon readthrough. PE2 interacts with eRF1 via the
RNase H domain, which inhibits the binding of eRF1 with
eRF3, promoting stop codon readthrough.

(Figure 5D). To test whether removing the
RNase H domain from PE2 can abolish its inter-
actions with eRF1, we performed coIPs and the
stop codon readthrough assay with RT497.
RT497 did not interact with eRF1 (Figure 5B),
overexpression in cells led to

readthrough rates comparable with the control
(Figure 5D). Taken together, these data suggest PE2 interacts with
eRF1 via the RT RNase H domain, thereby promoting stop codon
readthrough (Figure 5E).

and its

DISCUSSION

PEs have the potential to correct almost any human pathogenic mu-
tations by generating precise transitions, transversions, small inser-
tions, or small deletions. However, the large size of PEs makes
them more difficult to deliver in vivo than Cas9 or base editors, a lim-
itation impeding the development of PE-based gene therapies. In vivo
delivery of PEs using dual AAVs has been reported.'”*' However,
these studies used a Cas9 split site at 713 with strict limitations in pro-
moter and poly(A) length,'” or used suboptimal Cas9 split sites 1,005
and 1,024.”" In these cases, prime editing efficiency was low in vivo.

In this work, we report that the M-MLV RT RNase H domain is
dispensable for prime editing. By removing the RNase H domain,
we developed a cPE with editing and indel efficiencies comparable
with full-length PE. Using cPE, we screened four split sites combined
with Npu intein. Consistent with previous studies using base editors,
we found that split-cPE-573 showed the highest on-target editing ef-
ficiency among different split sites at endogenous loci.*'? We also
developed an optimized dual-AAV split-cPE573 using compact PE,
which support robust editing in mouse liver.

It has been reported that expression of PEs perturbs the transcriptome
minimally relative to Cas9 nickase and PEs lacking active RT.'
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However, the potential effects of PEs on other cellular processes have
not been well studied. Here, we uncovered a previously unknown role
of PE in promoting stop codon readthrough using a reporter assay,
which is mediated by the RT RNase H domain. Further studies are
required to determine how PE modulates the stop codon readthrough
of endogenous genes. Given that PEs may be used for gene therapy in
the future, continued investigations into their potential effects on
global protein translation are warranted.

In summary, our study identified a compact PE by removing the
RNase H domain of RT. Compact PE can efficiently induce precise
editing in vitro and in vivo, with efficiencies similar to full-length
PE. This compact PE will enable more flexible vector designs for
in vivo delivery.

MATERIAL AND METHODS

Plasmid construction

Plasmids expressing sgRNA were generated by ligation of annealed
oligos into a BfuA I-digested vector.'” For plasmids, gBlocks gene
fragments were inserted into a BfuA I/EcoR I-digested vector by
Gibson assembly.'” Compact PE2 variants were generated by PCR us-
ing Phusion master mix (Thermo Fisher Scientific). Sequences of
sgRNA and pegRNA are listed in Table S1. All primers used for clon-
ing are listed in Table S2. All plasmids used for mammalian cell exper-
iments were purified using plasmid Miniprep kits (Qiagen).

Cell culture

Human embryonic kidney (HEK293T) cells were purchased from
ATCC and cultured in Dulbecco’s Modified Eagle’s Medium
(DMEM) supplemented with 10% (v/v) fetal bovine serum (Gibco)
and 1% (v/v) penicillin/streptomycin (Gibco). Cells were cultured
at 37°C with 5% CO, and tested negative for mycoplasma.

HEK293T transfection and genomic DNA extraction

HEK293T and HEK293T reporter cells were seeded on 12-well plates
at 100,000 cells per well. Twenty-four hours after seeding, cells were
transfected using Lipofectamine 3000 reagent (Invitrogen) following
the manufacturer’s protocol. Briefly, 1 pg of PE2, 330 ng of pegRNA,
and 110 ng of nicking sgRNA were transfected using 3 puL of Lipofect-
amine 3000 and 3 pL of P3000 (2 pL/ug DNA). For split-cPE2,
HEK293T cells were co-transfected with 1 pug of N-terminal fragment,
1 pg of C-terminal fragment, 330 ng of pegRNA, and 110 ng of nick-
ing sgRNA using 3 uL of Lipofectamine 3000 and 5 pL of P3000. For
genomic DNA extraction from cells, cells were cultured for 3 days af-
ter transfection, washed with PBS, pelleted, lysed with 100 pL of
Quick extraction buffer (Epicenter), and incubated at 65°C for
15 min and 98°C for 5 min. To extract genomic DNA from mouse
liver tissue, PureLink Genomic DNA Mini Kit (Thermo Fisher) was
used following manufacturer’s protocol.

ColP assay

Plasmid construct of PE2-FLAG or RT497-FLAG were co-transfected
with eRF1-HA into HEK293T cells. Empty vectors were used as nega-
tive controls. Forty-eight hours after transfection, cells were harvested

and lysed in radio immunoprecipitation assay (RIPA) buffer with
1:100 Halt phosphatase cocktail inhibitor (Thermo Fisher 78420)
and 1:50 Roche Complete protease inhibitor (11836145001) for
30 min on ice, and cleared at 13,000 x g for 15 min at 4°C. Cell lysate
was incubated with anti-FLAG (Sigma) at 4°C with gentle agitation
overnight, then 150 pL of Protein A/G-coated magnetic beads were
added, and the mixture incubated for 2 h at 4°C. Forty microliters
of 1x loading buffer were added to the beads to extract proteins for
SDS-PAGE.

Flow cytometry analysis

Reporter cells were cultured for 5 days after transfection, trypsinized,
washed with PBS, and resuspended in PBS for flow cytometry analysis
(MACSQuant VYB). For each sample, 50,000 cells were analyzed. All
data were analyzed by Flow]Jo 10.0 software.

Western blotting

Cells were lysed 48 h after transfection using cold RIPA buffer (Bos-
ton Bioproducts) supplemented with phosphatase inhibitor cocktail
(Thermo Fisher Scientific) and protease inhibitor (Roche). Lysates
were quantified using the bicinchoninic acid assay (BCA, Thermo
Fisher Scientific). For each sample, 10 pg of protein were loaded
onto a 15-well NuPAGE 4%-12% Bis-Tris Protein Gels (Invitrogen),
run at 100 V for 2.5 h, then transferred to the nitrocellulose mem-
brane (Thermo Fisher Scientific). The primary antibodies anti-
B-actin (#4970, Cell Signaling Technology, dilution: 1:2,000) or
anti-Cas9 (A-9000-050, Epigentek Group, dilution: 1:2,000) were
used, followed by incubation with fluorophore-conjugated secondary
antibodies. Bands were visualized using the Odyssey imaging system
(Li-Cor Biosciences).

Deep sequencing and data analysis

Deep sequencing of genomic DNA was performed as previously
described." For the first round of PCR, genomic sites of interest
were amplified from 100 ng of genomic DNA using Phusion Hot Start
IT PCR Master Mix with the primers containing Illumina forward and
reverse adapters (listed in Table S3). Briefly, 20 uL of PCR 1 reaction
was performed with forward and reverse primers each at 0.5 uM, 1 uL
of genomic DNA extract, and 10 pL of Phusion Flash PCR Master
Mix (Thermo Fisher). PCR 1 reactions were carried out as follows:
98°C for 10 s; then 20 cycles of 98°C for 1 s, 55°C for 5 s, and
72°C for 6 s; followed by a final 72°C extension for 2 min. To add a
unique Illumina barcode, 30 uL of a given PCR 2 contained 1 pL of
unpurified PCR product; unique forward and reverse Illumina bar-
coding primer pair, each at 0.5 pM; and 15 pL of Phusion Flash
PCR Master Mix. Primers are listed in Table S3. PCR 2 reactions
were carried out as follows: 98°C for 10 s; then 20 cycles of 98°C
for 1's,60°C for 30 s, and 72°C for 6 s; followed by a final 72°C exten-
sion for 2 min. PCR 2 products were purified by electrophoresis with a
1% agarose gel using a QIAquick Gel Extraction Kit (Qiagen) and
eluting with 30 pL of water. DNA concentration was quantified by
Qubit dsDNA HS Assay Kit (Thermo Fisher Scientific) or qPCR
(KAPA Biosystems). The library was sequenced using an Illumina
MiniSeq instrument according to the manufacturer’s protocols.
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MiniSeq data analysis was done as previously reported.’ Sequencing
reads were demultiplexed using bcl2fastq (Illumina). Alignment of
amplicon reads to a reference sequence and prime editing efficiency
calculations were performed using CRISPRess02.”® To quantify the
frequency of precise editing and indels, CRISPResso2 was run in stan-
dard mode with “discard_indel_reads” on. Precise editing efficiency
was calculated as (number of reads with precise edit)/(number of total
reads), while indel efficiency was calculated as 100% — precise editing
efficiency — wild-type read rate.

Analysis of off-targets effects

Potential off-targets sites were amplified by PCR using the primer
sequences listed in Table S3, then sequenced on the Illumina Mini-
Seq platform. To determine the on-target and off-target editing
efficiency of PE3 or split-cPE3-573, MiniSeq data analysis was per-
formed using CRISPResso2. Untreated cells were used as negative
controls to exclude errors originating from PCR amplification and
sequencing.

Animal studies

All animal experiments were approved by the Institutional Animal
Care and Use Committee (IACUC) at UMass Medical School. All
plasmids used for hydrodynamic tail-vein injection were prepared
using EndoFree Plasmid Maxi kit (Qiagen). No randomization or
blinding was used. For cancer model generation, 8-week-old FVB/
NJ (strain #001800) mice were injected with 2.5 mL of saline con-
taining 30 pg of PE2 or 30 pg each of N-terminal RT497 and C-ter-
minal RT497, 15 pg of pegRNA, 15 pg of nicking sgRNA, 5 ug of
pT3 EF1a-MYC (Addgene plasmid # 92046), and 1 pg of CMV-
SB10 (Addgene plasmid # 24551) via the tail vein in 5-7 s. Thirty
micrograms of PE2, 15 pg of non-target pegRNA, 5 pg of pT3
EF1a-MYC, and 1 pg of CMV-SB10 were injected in the control
group. Mice were euthanized 28 days after injection, and livers
were isolated.

Production of AAV

HEK293T cells were transfected with AAV genome, pHelper, and
Rep/Cap plasmids at about 70% confluency. Three days after trans-
fection, cells were dislodged from the bottom of the plates. Pure chlo-
roform (0.1 vol) was added and the mixture was shaken vigorously at
37°C. NaCl was added to a final concentration of 1 M and then centri-
fuged at 20,000 g at 4°C for 15 min. The supernatant was collected
and processed with PEG8000 (Sigma) for virus precipitation. The pel-
let was resuspended in DPBS plus MgCl, and treated with Benzonase
(Sigma). The aqueous layer was ultrafiltered through 100-kDa
MWCO columns (Millipore). The titer of the virus was quantified
via gPCR.”’

Readthrough assay

PE2, RT497, or empty vector were transfected with dual luciferase re-
porter in HEK293T cells. Cells were collected 48 h after transfection.
Readthrough assays were performed using the Dual-Glo Luciferase
Assay System and following the manufacturer’s protocol (Promega,
E2920).
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Statistical analysis

For all experiments, the sample size and the number of biological rep-
licates are provided in the figure legends. GraphPad Prism 8 was used
to analyze the data. All numerical values are presented as mean + SD.
The significance of normally distributed data was tested using a two-
tailed unpaired Student’s t test and p values of less than 0.05 were
considered significant.

Data availability

The raw sequencing data have been deposited to the NCBI Sequence
Read Archive under accession PRINA797253. All raw data are avail-
able from the corresponding author upon request.

SUPPLEMENTAL INFORMATION

Supplemental information can be found online at https://doi.org/10.
1016/j.ymthe.2022.01.005.
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Supplemental Figure 1: Flow cytometry analysis of editing efficiency of full-length PE2 and

RT variants.

A Western blot of full-length PE2 and compact PE2 variants. B Representative data of flow
cytometry analysis of mCherry+ cells. The image data was analyzed by FlowJo 10.0 software.
HEK293T cells were initially gated using FSC-A/SSC-A, then sorted for single cell using FSC-
A/FSC-H. mCherry-positive cells were gated by SSC-A/Y2-A.
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Supplemental Figure 2 Editing frequencies of RT variants in TLR-MCV1 and TLR

reporter lines.

A Traffic light reporter multi-cas variant 1 (TLR-MCV1) cells containing a GFP with a 39-bp
insertion, P2A, and out-of-frame mCherry. B TLR system containing a GFP with 47-bp insertion.



Figure S3

FANCF+1Ato G

CTCGGAAAAGCGATCCAGGTGCTGCAGAAGGGATTCCATG Reference

CTCGGAAAAGCGATCCAGGTIGCTGCAGAAGGGATTCCATG 94.23% (46556 reads)
RT362 | i-- - -CAGAAGGGATTCCATG 135% (667 reads)
CTCGGAAAAGCGATCCAGGCIGCTGCAGAAGGGATTCCATG 0.49% (241 reads)
-------------------- i--------AGGGATTCCATG 0.42% (208 reads)
rrrrrrrrrrrrrrrrrrrr {-----AGAAGGGATTCCATG 0.30% (149 reads)
TCGGAAAAGCGATCCAGGAIGCTGCAGAAGGGATTCCATG 0.22% (107 reads)
RT497 CTCGGAAAAGCGATCCAGGCIGCTGCAGAAGGGATTCCATG 5487% (34429 reads
CTCGGAAAAGCGATCCAGGT:‘GCTGCAGAAGGGATTCCATGAO,30%§25291TSadS
rrrrrrrrrrrrrrrrrrrr iI----CAGAAGGGATTCCATG 0.33% (208 reads)
CTCGGAAAAGCGATCCAGGCIGCTGCAGAAGGGATTCCATG 49.80% (27892 reads)
CTCGGAAAAGCGATCCAGGTIGCTGCAGAAGGGATTCCATG 4360% (24419 reads
PE2 |- ----------"--------"- - - --CAGAAGGGATTCCATG 0.47% (266 reads
CCCGGAAAAGCGATCCAGGCIGCTGCAGAAGGGATTCCATG 0.40% (222 reads,
Tc[ClcGAAAAGCGATCCAGGCIGCTGCAGAAGGGATTCCATG 0.35% (194 reads,
-CGGAAAAGCGATCCAGGCIGCTGCAGAAGGGATTCCATG 0.32% (181 reads,
rrrrr AAAAGCGATCCAGGCIGCTGCAGAAGGGATTCCATG 0.25% (138 reads

VEGFA +1TtoC
TTTGATGTCTGCAGGCCAGATGAGGGCTCCAGATGGCACA Reference

TTTGATGTCTGCAGGCCAGATGAGGGCTCCAGATGGCACA 9630% (62888 reads)
RT362 [t17TcATGTCTGCAGGCCAGAICGAGGGCTCCAGATGGCACA 0.62% (405 reads)
TTTG AGAIT

GAGGGCTCCAGATGACACA 0.25% (161 reads)

@

ATGTCTGCAGGCC

TTTGATGTCTGCAGGCCAGAICGAGGGCTCCAGATGGECACA 52.80% (31315 reads
RT497 [T TTGATGTCTGCAGGCCAGAITGAGGGCTCCAGATGGCACA 43.78% (25963 reads
TTTGATGTCTGCAGGCCAGA[CGAGGGCTCCAGATGGCAC A|0.23% (137 reads)

PE2 TTTGATGTCTGCAGGCCAGAICGAGGGCTCCAGATGGCACA 47.78% (33081 reads,

TTTGATGTCTGCAGGCCAGA}TGAGGGCTCCAGATGGCACA48_51%%33593(93(15%
TTTGATGTCTGCAGGCCAGA[CGAGGGCTCCAGATGGCACA|0.28% (195 reads)

RNF2 +1Cto G
AGTTACAACGAACACCTCAGGTAATGACTAAGATGACTGC Reference

RT362 |AGTTACAACGAACACCTCAGIGTAATGACTAAGATGACTGC 97.96% (64693 reads)

RT497 AGTTACAACGAACACCTCAGEGTAATGACTAAGATGACTGC75_69% 46662 reads
AGTTACAACGAACACCTCACIGTAATGACTAAGATGACTGC 21.95% 13530 reads;

PE2 AGTTACAACGAACACCTCAGIGTAATGACTAAGATGACTGC 75.17% (56496 reads)
AGTTACAACGAACACCTCACIGTAATGACTAAGATGACTGC 22.31% (16764 reads)

HEK3 +1 CTT insertion

TGGGGCCCAGACTGAGCACGTGATGGCAGAGGAAAGGAAG Reference

TGGGGCCCAGACTGAGCACGITGATGGCAGAGGAAAGGAAG 66.11% (48467 reads

RT362 TGGGGCCCAGACTGAGCACGETGATGGCAAAGGAAAGGAAG3154%523125[6&15
TGGGGCCCAGACTGAGCACGITGATGGCATAGGAAAGGAAG 0.23% (169 reads)

TGGGGCCCAGACTGAGCACG TGGCAGAGGAAAGGAAG 3653% (18788 reads

TGGGGCCCAGACTGAGCACG TGATGGCAGAGGAAAGG 3319% (17070 reads;

RT497 |rcccccccacacTcaccAace TGGCAAAGGAAAGGAAG 19.18% (9863 reads)
TGGGGCCCAGACTGAGCACG TGATGGCAAAGGAAAGG 7.88% (4055 reads)
TGGGGCCCAGACTGAGCACGCTTTTGATGGCAGAGGAAAG[)_47%{244read5)

TGGGGCCCAGACTGAGCACG GGCAGAGGAAAGGAAG 40.45% (22422 reads

PE2 [feccccccacacTeaccacs GATGGCAGAGGAAAGG 29.86% (16555 reads

TGGGGCCCAGACTGAGCACG GGCAAAGGAAAGGAAG 20.43% (11323 reads;
TGGGGCCCAGACTGAGCACG GATGGCAAAGGAAAGG 599% (3318 reads)
TGGGGCCCAGACTGAGCACG TGATGGCAGAGGAAAG 042% (234 reads)

bold  Substitutions
O Insertions
- Deletions
fffff Predicted cleavage position

Supplemental Figure 3: Deep sequencing of endogenous loci.

A-D Allele frequencies and corresponding Illumina sequencing read counts are shown for each

allele. All alleles observed with frequency > 0.2% are shown.
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Supplemental Figure 4: Sanger sequencing of endogenous loci of split-cPE3 and RT497.

A Schematic representation of PE2 and RT497 split sites. AAV size limit is ~4.7 kb without ITR

sequence. B Western blot showing split-cPE2 and unsplit RT497 expression. N-terminal



compact PE2 and C-terminal compact PE2 of each variant were co-transfected into HEK293T
cells. As a positive control, unsplit RT497 plasmid was transfected. Cell lysates were probed
with anti-GAPDH and anti-Cas9. Unspliced (red arrows) and reconstituted RT497 (black arrows)
were detected using anti-Cas9 antibody. B-actin was used as a loading control. Unspliced and
reconstituted RT497 were observed after transfection of split-cPE2-573, split-cPE2-674, and
split-cPE2-713 (lanes 1,3,4). Only unspliced RT497 (red arrows) was detected after transfection
of split-cPE2-637 and split-cPE2-1153 (lanes 2,5). C-D Sanger sequencing showed +1 CTT
insertion at HEK3 locus C and +1 A to G transversion at FANCF locus. D Split-cPE2-573
supports robust editing efficiency at HEK3 and FANCEF loci.



Figure S5

A | HEK3 | FANCF | VEGFA

RT497 cPE3|RT497 cPE3|RT49 cPE3

On-target 38.85 41.98 WPLWFANN 38.04 PLN0]

Oﬁ'target site 1 <0.1 <0.1 <0.1 <0.1 <0.1

Off-target site 2 <01 <01 <01 <01 <0.1
Off-target site 3 . ! <01 <01 <01
Off-target site 4 . : <01 <01 <01

Ctnnb1Cto T

2.0q [ Precise editing
3 Indels

1.5

NS

Desired edits or indels (%)

PE3 Split-cPE3-573

Supplemental Figure 5: Comparison of prime editing and off-target editing by ¢cPE3 and
split-cPE3-573.

A Average triplicate on-target and off-target editing efficiencies in HEK293T cells for cPE3 or
split-cPE3-573 at known Cas9 off-target sites of HEK3, FANCF and VEGFA using deep
sequencing. B Editing frequencies of C to T transversion in Ctnnbl. PE2 or split-cPE2-573,
pegRNA and nicking sgRNA were delivered to the liver of FVB mice via hydrodynamic tail vein
injection. Seven days after injection, livers were harvested, and the genomic DNA was

sequenced. Mean + s.d. of n = 3 independent biological replicates.



Supplementary Table 1. Sequences of pegRNAs and sgRNAs used in this study. All sequences
are shown in 5' to 3' orientation.

Supplementary Table 2. Sequences of primers used for cloning.

Supplementary Table 3. Sequences of primers used for genomic DNA amplification and high
throughput sequencing.

Supplementary Sequences: Sequence of backbone plasmid used for prime editing

Supplementary Table 1. Sequences of pegRNAs and sgRNAs used in this study. All sequences
are shown in 5' to 3' orientation.

sgRNA scaffold
GTTTTAGAGCTAGAAATAGCAAGTTAAAATAAGGCTAGTCCGTTATCAACTTGAAAA
AGTGGGACCGAGTCGGTCC

spacer PB
sequence S RT
pegRNA (5'-3") 3' extension (nt) | (nt) | Figure
CACCTTCA
mCherry A to | GCTTGGCG | TACGAGGGCACTCAA Figure
G GTCT ACCGCCAAGCTGAAG 14 16 | 1C
AAGTTCA | GTCAGCTTGCCGTAG
GCGTGTCC | GTGGCATCGCCCTCG Figure
GFP-insertion | GGCTT CCTTCG 13 36 | 1D
GCGGAGA | GTTGGTCATGCGACC
GGGCACC | CTGCTCGGGGGTGCC Figure
GFP-deletion | CCCGA CTCTCC 14 22 | 1E
GGAATCC | GGAAAAGCGATCCAG
FANCF +1 A | CTTCTGCA | GCGCTGCAGAAGGGA Figure
to G GCACC T 14 17 | 2A, 3B
GATGTCTG | AATGTGCCATCTGGA
VEGFA +1 T | CAGGCCA | GCCCTCGTCTGGCCTG Figure
to C GATGA CAGA 13 22 | 2A
GTCATCTT
RNF2 +1 Cto | AGTCATTA | AACGAACACCTCACG Figure
G CCTG TAATGACTAAGATG 15 14 | 2A
GGCCCAG
HEK3 +1 ACTGAGC | TCTGCCATCAAAGCG Figure
CTT insertion | ACGTGA TGCTCAGTCTG 13 13 | 2A, 3B
HEK3 +1 Tto | GGCCCAG | TGGAGGAAGCAGGGC 13 34 | Figure




A ACTGAGC | TTCCTTTCCTCTGCCA 2B

ACGTGA TCTCGTGCTCAGTCTG

GGCCCAG | TGGAGGAAGCAGGGC
HEK3 +12 G | ACTGAGC | TTCCTTTGCTCTGCCA Figure
to C ACGTGA TCACGTGCTCAGTCTG | 13 34| 2B

GGCCCAG | TGGACGAAGCAGGGC
HEK3 +30 C | ACTGAGC | TTCCTTTCCTCTGCCA Figure
to G ACGTGA TCACGTGCTCAGTCTG | 13 34 | 2B

AGGGTTG

CCCTTGCC | GCTCCTTTCCTGAGTG Figure
Ctnnbl Cto T | ACTCA GCAAGGGCAA 13 13]3C

GTTGCTGC
Pcsk9 TGA TACTGTGC | AGCGCCGGTTCAGGG Figure
insertion CCCAC GCACAGTAGCA 13 1314
Nicking sgRNA spacer sequence (5'-3") Figure
mCherry A to G GCTGTCCCCTCAGTTCATGTA | Figure 1C
GFP-insertion GTAGGTCAGGGTGGTCACGA Figure 1D
GFP-deletion GAGAAGCCGTAGCCCATCACG | Figure 1E
FANCF +1 A to G GGGGTCCCAGGTGCTGACGT Figure 2A, 3B
VEGFA +1 Tto C GATGTACAGAGAGCCCAGGGC | Figure 2A
RNF2 +1 C to G GTCATCTTAGTCATTACCTG Figure 2A
HEK3 +1 CTT insertion GGCCCAGACTGAGCACGTGA | Figure 2A, 3B
HEK3+1 Tto A GGCCCAGACTGAGCACGTGA | Figure 2B
HEK3 +12 G to C GGCCCAGACTGAGCACGTGA | Figure 2B
HEK3 +30 Cto G GGCCCAGACTGAGCACGTGA | Figure 2B
Ctnnbl Cto T GAAAAGCTGCTGTCAGCCAC Figure 3C
Pcsk9 TGA insertion GCCATCCTCCTGGGACGGGA Figure 4
Supplementary Table 2. Sequences of primers used for cloning.

F (5'-3") R (5'-3")
CAGATTTGTCTGGCGGCTC | CCGCCAGACAAATCTGGCA
AAAAAGAACC ACCCCAGGG

RT362
TTGCCGTATCTGGCGGCTC | CCGCCAGATACGGCAATGG
RT418 AAAAAGAACC CTGCTACC
TCGGACCGTCTGGCGGCTC | CCGCCAGACGGTCCGAACT
RT474 AAAAAGAACC GGACCCGG
GCCTTGATTCTGGCGGCTC | CCGCCAGAATCAAGGCAGT
RT497 AAAAAGAACC TGTGTTGCA
TCGAGTCACCAAAGAAGA | TGTCAGGATCTCTGTCTCGT
AGCGGAAAGTCGACAAGA | AGGACAGGCACTCGATTTT
N-terminal | AGTACAGCATCGGC CTTGAAGTAGTCCTC
Split-cPE2- | TGCCTGTCCTACGAGACAG | GCCGTCGGCGGTTCTTTTTG
573 A AGCCGCCAGAATTAGGCAG




GTTATCCACTC

TCTGGCGGCTCAAAAAGA | GACTTTCCGCTTCTTCTTTG
AC G
TTCGAGTCACCAAAGAAG | CACGCCGGAGATTTCCACG
AAGCGGAAAGTCATGATC | GAGTCGAAGCAATTGCTGG
AAGATTGCTACACG CGATAAAGCCA
TGCTTCGACTCCGTGGAAA | GCCGTCGGCGGTTCTTTTTG
T AGCCGCCAGAATCAAGGCA
C-terminal GTTGTGTTGCA
Split-cPE2- | TCTGGCGGCTCAAAAAGA | GACTTTCCGCTTCTTCTTTG
573 AC G
TCGAGTCACCAAAGAAGA | TGTCAGGATCTCTGTCTCGT
AGCGGAAAGTCGACAAGA | AGGACAGGCATTTCAGCCG
AGTACAGCATCGGC TTCCTCGATCA
TGCCTGTCCTACGAGACAG | GCCGTCGGCGGTTCTTTTTG
A AGCCGCCAGAATTAGGCAG
N-terminal GTTATCCACTC
Split-cPE2- | TCTGGCGGCTCAAAAAGA | GACTTTCCGCTTCTTCTTTG
637 AC G
TTCGAGTCACCAAAGAAG | ATTGCTGGCGATAAAGCCA
AAGCGGAAAGTCATGATC | T
AAGATTGCTACACG
ACCTATGCCCACCTGTTCG | GCCGTCGGCGGTTCTTTTTG
A AGCCGCCAGAATCAAGGCA
C-terminal GTTGTGTTGCA
Split-cPE2- | TCTGGCGGCTCAAAAAGA | GACTTTCCGCTTCTTCTTTG
637 AC G
TCGAGTCACCAAAGAAGA | TGTCAGGATCTCTGTCTCGT
AGCGGAAAGTCGACAAGA | AGGACAGGCACTGCTTGTC
AGTACAGCATCGGC CCGGATGCCG
TGCCTGTCCTACGAGACAG | GCCGTCGGCGGTTCTTTTTG
A AGCCGCCAGAATTAGGCAG
N-terminal GTTATCCACTC
Split-cPE2- | TCTGGCGGCTCAAAAAGA | GACTTTCCGCTTCTTCTTTG
674 AC G
TTCGAGTCACCAAAGAAG | ATTGCTGGCGATAAAGCCA
AAGCGGAAAGTCATGATC | T
AAGATTGCTACACG
GCCCTGAAGAATGGCTTTA | GCCGTCGGCGGTTCTTTTTG
TCGCCAGCAATTCCGGCA | AGCCGCCAGAATCAAGGCA
C-terminal | AGACAATCCTGGA GTTGTGTTGCA
Split-cPE2- | TCTGGCGGCTCAAAAAGA | GACTTTCCGCTTCTTCTTTG
674 AC G
N-terminal | TCGAGTCACCAAAGAAGA | TGTCAGGATCTCTGTCTCGT
Split-cPE2- | AGCGGAAAGTCGACAAGA | AGGACAGGCAcacctgggctttctg
713 AGTACAGCATCGGC gatgt




TGCCTGTCCTACGAGACAG | GCCGTCGGCGGTTCTTTTTG
A AGCCGCCAGAATTAGGCAG
GTTATCCACTC
TCTGGCGGCTCAAAAAGA | GACTTTCCGCTTCTTCTTTG
AC G
TTCGAGTCACCAAAGAAG | ATTGCTGGCGATAAAGCCA
AAGCGGAAAGTCATGATC | T
AAGATTGCTACACG
GCCCTGAAGAATGGCTTTA | GCCGTCGGCGGTTCTTTTTG
TCGCCAGCAATtccggecaggge | AGCCGCCAGAATCAAGGCA
C-terminal | gatagcc GTTGTGTTGCA
Split-cPE2- | TCTGGCGGCTCAAAAAGA | GACTTTCCGCTTCTTCTTTG
713 AC G
TCGAGTCACCAAAGAAGA | TGTCAGGATCTCTGTCTCGT
AGCGGAAAGTCGACAAGA | AGGACAGGCACTTGCCCTT
AGTACAGCATCGGC TTCCACTTTGG
TGCCTGTCCTACGAGACAG | GCCGTCGGCGGTTCTTTTTG
A AGCCGCCAGAATTAGGCAG
N-terminal GTTATCCACTC
Split-cPE2- | TCTGGCGGCTCAAAAAGA | GACTTTCCGCTTCTTCTTTG
1153 AC G
TTCGAGTCACCAAAGAAG | ATTGCTGGCGATAAAGCCA
AAGCGGAAAGTCATGATC | T
AAGATTGCTACACG
CCCTGAAGAATGGCTTTAT | GCCGTCGGCGGTTCTTTTTG
CGCCAGCAATTCCAAGAA | AGCCGCCAGAATCAAGGCA
C-terminal | ACTGAAGAGTGTG GTTGTGTTGCA
Split-cPE2- | TCTGGCGGCTCAAAAAGA | GACTTTCCGCTTCTTCTTTG
1153 AC G

Supplementary Table 3. Sequences of primers used for genomic DNA amplification and high

throughput sequencing.

Gene F (5'-3") R (5'-3") Figure
CTACACGACGCTCTTCCG | )\ GACGTGTGCTCTTCCGATC
ATCTGATGGATGTGGCGC | 14 GGCGTATCATTTCGCGGA

FANCF AGGTAG T Figure

on-target 2A, 3B
CTACACGACGCTCTTCCG | AGACGTGTGCTCTTCCGATC
ATCTAAGCATCCCTGGAC | TTGGACCCCCTATTTCTGAC

VEGFA ACTTCC CT Figure

on-target 2A
CTACACGACGCTCTTCCG | AGACGTGTGCTCTTCCGATC
ATCTACCATAGCACTTCC | TTATCCCAGTTTACACGTCT

RNF2 CTTCCA C Figure

on-target 2A

HEK3 CTACACGACGCTCTTCCG | AGACGTGTGCTCTTCCGATC | Figure




on-target ATCTTGCTGCAAGTA TCTTCCAGCCCAGCCAAACT | 2A, 2B,
AGCATGCATTTG T 3B
CTACACGACGCTCTTCCG | AGACGTGTGCTCTTCCGATC

HEK3 ATCTTCCCCTGTTGACCTG | TCACTGTACTTGCCCTGACC

off-target site | GAGAA A Figure

1 S5A
CTACACGACGCTCTTCCG | AGACGTGTGCTCTTCCGATC

HEK3 ATCTTTGGTGTTGACAGG | TCTGAGATGTGGGCAGAAG

off-target site | GAGCAA GG Figure

2 S5A
CTACACGACGCTCTTCCG | AGACGTGTGCTCTTCCGATC

HEK3 ATCTTGAGAGGGAACAGA | TGTCCAAAGGCCCAAGAAC

off-target site | AGGGCT CT Figure

3 S5A
CTACACGACGCTCTTCCG | AGACGTGTGCTCTTCCGATC

HEK3 ATCTTCCTAGCACTTTGG | TGCTCATCTTAATCTGCTCA

off-target site | AAGGTCG GCC Figure

4 S5A
CTACACGACGCTCTTCCG ?GACGTGTGCTCTTCCGATC

FANCF ATCTGCGGGCAGTGOCET | crectTGeCGOCCAGCCGGT

.. | CTTAGTCG -

off-target site C Figure

1 S5A
CTACACGACGCTCTTCCG | AGACGTGTGCTCTTCCGATC

FANCF ATCTCCAGTGTTTCCCATC | TCAGGCCCACAGGTCCTTCT

off-target site | CCCAACAC GGA Figure

2 S5A
rop NCOACEETETTECE | aGacaTaTGeTeTTCCGATC

FANCF CCCTGGGTTTGGTTGGCT | [ ACTHOOUAAGAGOEGAG

off-target site | GCTC Figure

3 S5A
CTACACGACGCTCTTICCG | ) GACGTGTGCTCTTCCGATC

FANCF ATCTGAATGGATCCCCCC

. TGAAGACACAGAAATCACA :

off-target site | CTAGAGCTC AACCGGC Figure

4 S5A
CTACACGACOCTCTTCCS | | . cranaererTccaate

VEGFA ACTCCIG TGCAGCGTCTCTGATGCGAT

off-target site Figure

1 S5A
CTACACGACGCTCTTCCG | AGACGTGTGCTCTTCCGATC
ATCTCCCTCATGCCCATG | TTGGTGATCGCCTGCCATTT

VEGFA | AATTGTT C ,

off-target site Figure

2

SSA




CTACACGACGCTCTTCCG | AGACGTGTGCTCTTCCGATC
ATCTCCCAAGATCATACA | TAAGTACCATAGATTGGGTG

VEGFA | gcTcA G .
off-target site Figure
3 S5A

TACACGA:! TCTT

iT C’g COACGCTCTTCCG AGACGTGTGCTCTTCCGATC

T

CCATAGACTGGGTGGCTT
VEGFA A GCCTTTGTGAATGGGATCA
off-target site Figure
4 S5A

CTACACGACGCTCTTCCG | AGACGTGTGCTCTTCCGATC
ATCTCCATGGAGCCGGAC | TTGCGTGAAGGACTGGGAA

AGAAAA AA
CTNNBI1 Figure

on-target S5B

Supplementary Sequences Sequence of backbone plasmid used for prime editing

Sequence of reverse transcriptase: Finger-Palm domain (1-275 aa) + Thumb domain (276-361 aa)
* Conesion domai (362 496.8) + R Nasc H domain (497-671 52

TLNIEDEYRLHETSKEPDVSLGSTWLSDFPQAWAETGGMGLAVRQAPLIIPLKATSTPVSI
KQYPMSQEARLGIKPHIQRLLDQGILVPCQSPWNTPLLPVKKPGTNDYRPVQDLREVNK
RVEDIHPTVPNPYNLLSGLPPSHQWYTVLDLKDAFFCLRLHPTSQPLFAFEWRDPEMGIS
GQLTWTRLPQGFKNSPTLFNEALHRDLADFRIQHPDLILLQYVDDLLLAATSELDCQQG
TRALLQTLGNLGYRASAKKAQICQKQVKYLGYLLKEGQRWLTEARKETVMGQPTPKT
PRQLREFLGTAGFCRLWIPGFAEMAAPLYPLTKPGTLFNWGPDQQKAYQEIKQALLTAP

ALGLPD
ILAEAHGTRPDLTDQPLPDADHTWYTDGSSL

LQEGQRKAGAAVTTETEVIWAKALPAGTSAQRAELIALTQALKMAEGKKLNVYTDSRY
AFATAHIHGEIYRRRGWLTSEGKEIKNKDEILALLKALFLPKRLSIHHCPGHQKGHSAEAR
GNRMADQAARKAAITETPDTSTLL

Sequence of RT497: cmv promoter + N-terminal NLS + Cas9 H840A + Flexible linker + M-
MLYV reverse transcriptase + C-terminal NLS + Plasmid backbone
GACATTGATTATTGACTAGTTATTAATAGTAATCAATTACGGGGTCATTAGTTCATA
GCCCATATATGGAGTTCCGCGTTACATAACTTACGGTAAATGGCCCGCCTGGCTGAC
CGCCCAACGACCCCCGCCCATTGACGTCAATAATGACGTATGTTCCCATAGTAACGC
CAATAGGGACTTTCCATTGACGTCAATGGGTGGAGTATTTACGGTAAACTGCCCACT
TGGCAGTACATCAAGTGTATCATATGCCAAGTACGCCCCCTATTGACGTCAATGACG
GTAAATGGCCCGCCTGGCATTATGCCCAGTACATGACCTTATGGGACTTTCCTACTT
GGCAGTACATCTACGTATTAGTCATCGCTATTACCATGGTGATGCGGTTTTGGCAGT
ACATCAATGGGCGTGGATAGCGGTTTGACTCACGGGGATTTCCAAGTCTCCACCCCA



TTGACGTCAATGGGAGTTTGTTTTGGCACCAAAATCAACGGGACTTTCCAAAATGTC
GTAACAACTCCGCCCCATTGACGCAAATGGGCGGTAGGCGTGTACGGTGGGAGGTC
TATATAAGCAGAGCTGGTTTAGTGAACCGTCAGATCCGCTAGAGATCCGCGGCCGCT
AATACGACTCACTATAGGGAGAGCCGCCACCATGAAACGGACAGCCGACGGAAGC
GAGTTCGAGTCACCAAAGAAGAAGCGGAAAGTCGACAAGAAGTACAGCATCGGCCT
GGACATCGGCACCAACTCTGTGGGCTGGGCCGTGATCACCGACGAGTACAAGGTGC
CCAGCAAGAAATTCAAGGTGCTGGGCAACACCGACCGGCACAGCATCAAGAAGAA
CCTGATCGGAGCCCTGCTGTTCGACAGCGGCGAAACAGCCGAGGCCACCCGGCTGA
AGAGAACCGCCAGAAGAAGATACACCAGACGGAAGAACCGGATCTGCTATCTGCA
AGAGATCTTCAGCAACGAGATGGCCAAGGTGGACGACAGCTTCTTCCACAGACTGG
AAGAGTCCTTCCTGGTGGAAGAGGATAAGAAGCACGAGCGGCACCCCATCTTCGGC
AACATCGTGGACGAGGTGGCCTACCACGAGAAGTACCCCACCATCTACCACCTGAG
AAAGAAACTGGTGGACAGCACCGACAAGGCCGACCTGCGGCTGATCTATCTGGCCC
TGGCCCACATGATCAAGTTCCGGGGCCACTTCCTGATCGAGGGCGACCTGAACCCCG
ACAACAGCGACGTGGACAAGCTGTTCATCCAGCTGGTGCAGACCTACAACCAGCTG
TTCGAGGAAAACCCCATCAACGCCAGCGGCGTGGACGCCAAGGCCATCCTGTCTGC
CAGACTGAGCAAGAGCAGACGGCTGGAAAATCTGATCGCCCAGCTGCCCGGCGAGA
AGAAGAATGGCCTGTTCGGAAACCTGATTGCCCTGAGCCTGGGCCTGACCCCCAACT
TCAAGAGCAACTTCGACCTGGCCGAGGATGCCAAACTGCAGCTGAGCAAGGACACC
TACGACGACGACCTGGACAACCTGCTGGCCCAGATCGGCGACCAGTACGCCGACCT
GTTTCTGGCCGCCAAGAACCTGTCCGACGCCATCCTGCTGAGCGACATCCTGAGAGT
GAACACCGAGATCACCAAGGCCCCCCTGAGCGCCTCTATGATCAAGAGATACGACG
AGCACCACCAGGACCTGACCCTGCTGAAAGCTCTCGTGCGGCAGCAGCTGCCTGAG
AAGTACAAAGAGATTTTCTTCGACCAGAGCAAGAACGGCTACGCCGGCTACATTGA
CGGCGGAGCCAGCCAGGAAGAGTTCTACAAGTTCATCAAGCCCATCCTGGAAAAGA
TGGACGGCACCGAGGAACTGCTCGTGAAGCTGAACAGAGAGGACCTGCTGCGGAAG
CAGCGGACCTTCGACAACGGCAGCATCCCCCACCAGATCCACCTGGGAGAGCTGCA
CGCCATTCTGCGGCGGCAGGAAGATTTTTACCCATTCCTGAAGGACAACCGGGAAA
AGATCGAGAAGATCCTGACCTTCCGCATCCCCTACTACGTGGGCCCTCTGGCCAGGG
GAAACAGCAGATTCGCCTGGATGACCAGAAAGAGCGAGGAAACCATCACCCCCTGG
AACTTCGAGGAAGTGGTGGACAAGGGCGCTTCCGCCCAGAGCTTCATCGAGCGGAT
GACCAACTTCGATAAGAACCTGCCCAACGAGAAGGTGCTGCCCAAGCACAGCCTGC
TGTACGAGTACTTCACCGTGTATAACGAGCTGACCAAAGTGAAATACGTGACCGAG
GGAATGAGAAAGCCCGCCTTCCTGAGCGGCGAGCAGAAAAAGGCCATCGTGGACCT
GCTGTTCAAGACCAACCGGAAAGTGACCGTGAAGCAGCTGAAAGAGGACTACTTCA
AGAAAATCGAGTGCTTCGACTCCGTGGAAATCTCCGGCGTGGAAGATCGGTTCAAC
GCCTCCCTGGGCACATACCACGATCTGCTGAAAATTATCAAGGACAAGGACTTCCTG
GACAATGAGGAAAACGAGGACATTCTGGAAGATATCGTGCTGACCCTGACACTGTT
TGAGGACAGAGAGATGATCGAGGAACGGCTGAAAACCTATGCCCACCTGTTCGACG
ACAAAGTGATGAAGCAGCTGAAGCGGCGGAGATACACCGGCTGGGGCAGGCTGAG
CCGGAAGCTGATCAACGGCATCCGGGACAAGCAGTCCGGCAAGACAATCCTGGATT
TCCTGAAGTCCGACGGCTTCGCCAACAGAAACTTCATGCAGCTGATCCACGACGAC
AGCCTGACCTTTAAAGAGGACATCCAGAAAGCCCAGGTGTCCGGCCAGGGCGATAG
CCTGCACGAGCACATTGCCAATCTGGCCGGCAGCCCCGCCATTAAGAAGGGCATCC
TGCAGACAGTGAAGGTGGTGGACGAGCTCGTGAAAGTGATGGGCCGGCACAAGCCC
GAGAACATCGTGATCGAAATGGCCAGAGAGAACCAGACCACCCAGAAGGGACAGA



AGAACAGCCGCGAGAGAATGAAGCGGATCGAAGAGGGCATCAAAGAGCTGGGCAG
CCAGATCCTGAAAGAACACCCCGTGGAAAACACCCAGCTGCAGAACGAGAAGCTGT
ACCTGTACTACCTGCAGAATGGGCGGGATATGTACGTGGACCAGGAACTGGACATC
AACCGGCTGTCCGACTACGATGTGGACGCTATCGTGCCTCAGAGCTTTCTGAAGGAC
GACTCCATCGACAACAAGGTGCTGACCAGAAGCGACAAGAACCGGGGCAAGAGCG
ACAACGTGCCCTCCGAAGAGGTCGTGAAGAAGATGAAGAACTACTGGCGGCAGCTG
CTGAACGCCAAGCTGATTACCCAGAGAAAGTTCGACAATCTGACCAAGGCCGAGAG
AGGCGGCCTGAGCGAACTGGATAAGGCCGGCTTCATCAAGAGACAGCTGGTGGAAA
CCCGGCAGATCACAAAGCACGTGGCACAGATCCTGGACTCCCGGATGAACACTAAG
TACGACGAGAATGACAAGCTGATCCGGGAAGTGAAAGTGATCACCCTGAAGTCCAA
GCTGGTGTCCGATTTCCGGAAGGATTTCCAGTTTTACAAAGTGCGCGAGATCAACAA
CTACCACCACGCCCACGACGCCTACCTGAACGCCGTCGTGGGAACCGCCCTGATCA
AAAAGTACCCTAAGCTGGAAAGCGAGTTCGTGTACGGCGACTACAAGGTGTACGAC
GTGCGGAAGATGATCGCCAAGAGCGAGCAGGAAATCGGCAAGGCTACCGCCAAGT
ACTTCTTCTACAGCAACATCATGAACTTTTTCAAGACCGAGATTACCCTGGCCAACG
GCGAGATCCGGAAGCGGCCTCTGATCGAGACAAACGGCGAAACCGGGGAGATCGT
GTGGGATAAGGGCCGGGATTTTGCCACCGTGCGGAAAGTGCTGAGCATGCCCCAAG
TGAATATCGTGAAAAAGACCGAGGTGCAGACAGGCGGCTTCAGCAAAGAGTCTATC
CTGCCCAAGAGGAACAGCGATAAGCTGATCGCCAGAAAGAAGGACTGGGACCCTA
AGAAGTACGGCGGCTTCGACAGCCCCACCGTGGCCTATTCTGTGCTGGTGGTGGCCA
AAGTGGAAAAGGGCAAGTCCAAGAAACTGAAGAGTGTGAAAGAGCTGCTGGGGAT
CACCATCATGGAAAGAAGCAGCTTCGAGAAGAATCCCATCGACTTTCTGGAAGCCA
AGGGCTACAAAGAAGTGAAAAAGGACCTGATCATCAAGCTGCCTAAGTACTCCCTG
TTCGAGCTGGAAAACGGCCGGAAGAGAATGCTGGCCTCTGCCGGCGAACTGCAGAA
GGGAAACGAACTGGCCCTGCCCTCCAAATATGTGAACTTCCTGTACCTGGCCAGCCA
CTATGAGAAGCTGAAGGGCTCCCCCGAGGATAATGAGCAGAAACAGCTGTTTGTGG
AACAGCACAAGCACTACCTGGACGAGATCATCGAGCAGATCAGCGAGTTCTCCAAG
AGAGTGATCCTGGCCGACGCTAATCTGGACAAAGTGCTGTCCGCCTACAACAAGCA
CCGGGATAAGCCCATCAGAGAGCAGGCCGAGAATATCATCCACCTGTTTACCCTGA
CCAATCTGGGAGCCCCTGCCGCCTTCAAGTACTTTGACACCACCATCGACCGGAAGA
GGTACACCAGCACCAAAGAGGTGCTGGACGCCACCCTGATCCACCAGAGCATCACC
GGCCTGTACGAGACACGGATCGACCTGTCTCAGCTGGGAGGTGACTCTGGAGGATC
TAGCGGAGGATCCTCTGGCAGCGAGACACCAGGAACAAGCGAGTCAGCAACACCA
GAGAGCAGTGGCGGCAGCAGCGGCGGCAGCAGCACCCTAAATATAGAAGATGAGT
ATCGGCTACATGAGACCTCAAAAGAGCCAGATGTTTCTCTAGGGTCCACATGGCTGT
CTGATTTTCCTCAGGCCTGGGCGGAAACCGGGGGCATGGGACTGGCAGTTCGCCAA
GCTCCTCTGATCATACCTCTGAAAGCAACCTCTACCCCCGTGTCCATAAAACAATAC
CCCATGTCACAAGAAGCCAGACTGGGGATCAAGCCCCACATACAGAGACTGTTGGA
CCAGGGAATACTGGTACCCTGCCAGTCCCCCTGGAACACGCCCCTGCTACCCGTTAA
GAAACCAGGGACTAATGATTATAGGCCTGTCCAGGATCTGAGAGAAGTCAACAAGC
GGGTGGAAGACATCCACCCCACCGTGCCCAACCCTTACAACCTCTTGAGCGGGCTCC
CACCGTCCCACCAGTGGTACACTGTGCTTGATTTAAAGGATGCCTTTTTCTGCCTGAG
ACTCCACCCCACCAGTCAGCCTCTCTTCGCCTTTGAGTGGAGAGATCCAGAGATGGG
AATCTCAGGACAATTGACCTGGACCAGACTCCCACAGGGTTTCAAAAACAGTCCCA
CCCTGTTTAATGAGGCACTGCACAGAGACCTAGCAGACTTCCGGATCCAGCACCCA
GACTTGATCCTGCTACAGTACGTGGATGACTTACTGCTGGCCGCCACTTCTGAGCTA



GACTGCCAACAAGGTACTCGGGCCCTGTTACAAACCCTAGGGAACCTCGGGTATCG
GGCCTCGGCCAAGAAAGCCCAAATTTGCCAGAAACAGGTCAAGTATCTGGGGTATC
TTCTAAAAGAGGGTCAGAGATGGCTGACTGAGGCCAGAAAAGAGACTGTGATGGGG
CAGCCTACTCCGAAGACCCCTCGACAACTAAGGGAGTTCCTAGGGAAGGCAGGCTT
CTGTCGCCTCTTCATCCCTGGGTTTGCAGAAATGGCAGCCCCCCTGTACCCTCTCACC
AAACCGGGGACTCTGTTTAATTGGGGCCCAGACCAACAAAAGGCCTATCAAGAAAT
CAAGCAAGCTCTTCTAACTGCCCCAGCCCTGGGGTTGCCAGATTTGACTAAGCCCTT
TGAACTCTTTGTCGACGAGAAGCAGGGCTACGCCAAAGGTGTCCTAACGCAAAAAC
TGGGACCTTGGCGTCGGCCGGTGGCCTACCTGTCCAAAAAGCTAGACCCAGTAGCA
GCTGGGTGGCCCCCTTGCCTACGGATGGTAGCAGCCATTGCCGTACTGACAAAGGAT
GCAGGCAAGCTAACCATGGGACAGCCACTAGTCATTCTGGCCCCCCATGCAGTAGA
GGCACTAGTCAAACAACCCCCCGACCGCTGGCTTTCCAACGCCCGGATGACTCACTA
TCAGGCCTTGCTTTTGGACACGGACCGGGTCCAGTTCGGACCGGTGGTAGCCCTGAA
CCCGGCTACGCTGCTCCCACTGCCTGAGGAAGGGCTGCAACACAACTGCCTTGATTC
TGGCGGCTCAAAAAGAACCGCCGACGGCAGCGAATTCGAGCCCAAGAAGAAGAGG
AAAGTCTAACCGGTCATCATCACCATCACCATTGAGTTTAAACCCGCTGATCAGCCT
CGACTGTGCCTTCTAGTTGCCAGCCATCTGTTGTTTGCCCCTCCCCCGTGCCTTCCTT
GACCCTGGAAGGTGCCACTCCCACTGTCCTTTCCTAATAAAATGAGAAAATTGCATC
GCATTGTCTGAGTAGGTGTCATTCTATTCTGGGGGGTGGGGTGGGGCAGGACAGCA
AGGGGGAGGATTGGGAAGACAATAGCAGGCATGCTGGGGATGCGGTGGGCTCTATG
GCTTCTGAGGCGGAAAGAACCAGCTGGGGCTCGATACCGTCGACCTCTAGCTAGAG
CTTGGCGTAATCATGGTCATAGCTGTTTCCTGTGTGAAATTGTTATCCGCTCACAATT
CCACACAACATACGAGCCGGAAGCATAAAGTGTAAAGCCTAGGGTGCCTAATGAGT
GAGCTAACTCACATTAATTGCGTTGCGCTCACTGCCCGCTTTCCAGTCGGGAAACCT
GTCGTGCCAGCTGCATTAATGAATCGGCCAACGCGCGGGGAGAGGCGGTTTGCGTA
TTGGGCGCTCTTCCGCTTCCTCGCTCACTGACTCGCTGCGCTCGGTCGTTCGGCTGCG
GCGAGCGGTATCAGCTCACTCAAAGGCGGTAATACGGTTATCCACAGAATCAGGGG
ATAACGCAGGAAAGAACATGTGAGCAAAAGGCCAGCAAAAGGCCAGGAACCGTAA
AAAGGCCGCGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCCCTGACGAGCATCACAA
AAATCGACGCTCAAGTCAGAGGTGGCGAAACCCGACAGGACTATAAAGATACCAGG
CGTTTCCCCCTGGAAGCTCCCTCGTGCGCTCTCCTGTTCCGACCCTGCCGCTTACCGG
ATACCTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAGCTCACGCTGT
AGGTATCTCAGTTCGGTGTAGGTCGTTCGCTCCAAGCTGGGCTGTGTGCACGAACCC
CCCGTTCAGCCCGACCGCTGCGCCTTATCCGGTAACTATCGTCTTGAGTCCAACCCG
GTAAGACACGACTTATCGCCACTGGCAGCAGCCACTGGTAACAGGATTAGCAGAGC
GAGGTATGTAGGCGGTGCTACAGAGTTCTTGAAGTGGTGGCCTAACTACGGCTACAC
TAGAAGAACAGTATTTGGTATCTGCGCTCTGCTGAAGCCAGTTACCTTCGGAAAAAG
AGTTGGTAGCTCTTGATCCGGCAAACAAACCACCGCTGGTAGCGGTGGTTTTTTTGT
TTGCAAGCAGCAGATTACGCGCAGAAAAAAAGGATCTCAAGAAGATCCTTTGATCT
TTTCTACGGGGTCTGACACTCAGTGGAACGAAAACTCACGTTAAGGGATTTTGGTCA
TGAGATTATCAAAAAGGATCTTCACCTAGATCCTTTTAAATTAAAAATGAAGTTTTA
AATCAATCTAAAGTATATATGAGTAAACTTGGTCTGACAGTTACCAATGCTTAATCA
GTGAGGCACCTATCTCAGCGATCTGTCTATTTCGTTCATCCATAGTTGCCTGACTCCC
CGTCGTGTAGATAACTACGATACGGGAGGGCTTACCATCTGGCCCCAGTGCTGCAAT
GATACCGCGAGACCCACGCTCACCGGCTCCAGATTTATCAGCAATAAACCAGCCAG
CCGGAAGGGCCGAGCGCAGAAGTGGTCCTGCAACTTTATCCGCCTCCATCCAGTCTA



TTAATTGTTGCCGGGAAGCTAGAGTAAGTAGTTCGCCAGTTAATAGTTTGCGCAACG
TTGTTGCCATTGCTACAGGCATCGTGGTGTCACGCTCGTCGTTTGGTATGGCTTCATT
CAGCTCCGGTTCCCAACGATCAAGGCGAGTTACATGATCCCCCATGTTGTGCAAAAA
AGCGGTTAGCTCCTTCGGTCCTCCGATCGTTGTCAGAAGTAAGTTGGCCGCAGTGTT
ATCACTCATGGTTATGGCAGCACTGCATAATTCTCTTACTGTCATGCCATCCGTAAG
ATGCTTTTCTGTGACTGGTGAGTACTCAACCAAGTCATTCTGAGAATAGTGTATGCG
GCGACCGAGTTGCTCTTGCCCGGCGTCAATACGGGATAATACCGCGCCACATAGCA
GAACTTTAAAAGTGCTCATCATTGGAAAACGTTCTTCGGGGCGAAAACTCTCAAGGA
TCTTACCGCTGTTGAGATCCAGTTCGATGTAACCCACTCGTGCACCCAACTGATCTTC
AGCATCTTTTACTTTCACCAGCGTTTCTGGGTGAGCAAAAACAGGAAGGCAAAATGC
CGCAAAAAAGGGAATAAGGGCGACACGGAAATGTTGAATACTCATACTCTTCCTTTT
TCAATATTATTGAAGCATTTATCAGGGTTATTGTCTCATGAGCGGATACATATTTGA
ATGTATTTAGAAAAATAAACAAATAGGGGTTCCGCGCACATTTCCCCGAAAAGTGC
CACCTGACGTCGACGGATCGGGAGATCGATCTCCCGATCCCCTAGGGTCTACTCTCA
GTACAATCTGCTCTGATGCCGCATAGTTAAGCCAGTATCTGCTCCCTGCTTGTGTGTT
GGAGGTCGCTGAGTAGTGCGCGAGCAAAATTTAAGCTACAACAAGGCAAGGCTTGA
CCGACAATTGCATGAAGAATCTGCTTAGGGTTAGGCGTTTTGCGCTGCTTCGCGATG
TACGGGCCAGATATACGCGTT
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GTGGCACTTTTCGGGGAAATGTGCGCGGAACCCCTATTTGTTTATTTTTCTAAATACA
TTCAAATATGTATCCGCTCATGAGACAATAACCCTGATAAATGCTTCAATAATATTG
AAAAAGGAAGAGTATGAGTATTCAACATTTCCGTGTCGCCCTTATTCCCTTTTTTGCG
GCATTTTGCCTTCCTGTTTTTGCTCACCCAGAAACGCTGGTGAAAGTAAAAGATGCT
GAAGATCAGTTGGGTGCACGAGTGGGTTACATCGAACTGGATCTCAACAGCGGTAA
GATCCTTGAGAGTTTTCGCCCCGAAGAACGTTTTCCAATGATGAGCACTTTTAAAGT
TCTGCTATGTGGCGCGGTATTATCCCGTATTGACGCCGGGCAAGAGCAACTCGGTCG
CCGCATACACTATTCTCAGAATGACTTGGTTGAGTACTCACCAGTCACAGAAAAGCA
TCTTACGGATGGCATGACAGTAAGAGAATTATGCAGTGCTGCCATAACCATGAGTG
ATAACACTGCGGCCAACTTACTTCTGACAACGATCGGAGGACCGAAGGAGCTAACC
GCTTTTTTGCACAACATGGGGGATCATGTAACTCGCCTTGATCGTTGGGAACCGGAG
CTGAATGAAGCCATACCAAACGACGAGCGTGACACCACGATGCCTGTAGCAATGGC
AACAACGTTGCGCAAACTATTAACTGGCGAACTACTTACTCTAGCTTCCCGGCAACA
ATTAATAGACTGGATGGAGGCGGATAAAGTTGCAGGACCACTTCTGCGCTCGGCCCT
TCCGGCTGGCTGGTTTATTGCTGATAAATCTGGAGCCGGTGAGCGTGGGTCTCGCGG
TATCATTGCAGCACTGGGGCCAGATGGTAAGCCCTCCCGTATCGTAGTTATCTACAC
GACGGGGAGTCAGGCAACTATGGATGAACGAAATAGACAGATCGCTGAGATAGGTG
CCTCACTGATTAAGCATTGGTAACTGTCAGACCAAGTTTACTCATATATACTTTAGAT
TGATTTAAAACTTCATTTTTAATTTAAAAGGATCTAGGTGAAGATCCTTTTTGATAAT
CTCATGACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTA
GAAAAGATCAAAGGATCTTCTTGAGATCCTTTTTTTCTGCGCGTAATCTGCTGCTTGC
AAACAAAAAAACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCA
ACTCTTTTTCCGAAGGTAACTGGCTTCAGCAGAGCGCAGATACCAAATACTGTCCTT



CTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTACATAC
CTCGCTCTGCTAATCCTGTTACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTA
CCGGGTTGGACTCAAGACGATAGTTACCGGATAAGGCGCAGCGGTCGGGCTGAACG
GGGGGTTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAGATA
CCTACAGCGTGAGCTATGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAGGCGGACA
GGTATCCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGAGCTTCCAGG
GGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTCGCCACCTCTGACTTGAGCG
TCGATTTTTGTGATGCTCGTCAGGGGGGCGGAGCCTATGGAAAAACGCCAGCAACG
CGGCCTTTTTACGGTTCCTGGCCTTTTGCTGGCCTTTTGCTCACATGTTCTTTCCTGCG
TTATCCCCTGATTCTGTGGATAACCGTATTACCGCCTTTGAGTGAGCTGATACCGCTC
GCCGCAGCCGAACGACCGAGCGCAGCGAGTCAGTGAGCGAGGAAGCGGAAGAGCG
CCCAATACGCAAACCGCCTCTCCCCGCGCGTTGGCCGATTCATTAATGCAGCTGGCA
CGACAGGTTTCCCGACTGGAAAGCGGGCAGTGAGCGCAACGCAATTAATGTGAGTT
AGCTCACTCATTAGGCACCCCAGGCTTTACACTTTATGCTTCCGGCTCGTATGTTGTG
TGGAATTGTGAGCGGATAACAATTTCACACAGGAAACAGCTATGACCATGATTACG
CCAAGCGCGCAATTAACCCTCACTAAAGGGAACAAAAGCTGGAGCTCCACCGCGGT
GGCGGCCGCCCCCTTCACCGAGGGCCTATTTCCCATGATTCCTTCATATTTGCATATA
CGATACAAGGCTGTTAGAGAGATAATTGGAATTAATTTGACTGTAAACACAAAGAT
ATTAGTACAAAATACGTGACGTAGAAAGTAATAATTTCTTGGGTAGTTTGCAGTTTT
AAAATTATGTTTTAAAATGGACTATCATATGCTTACCGTAACTTGAAAGTATTTCGA
TTTCTTGGCTTTATATATCTTGTGGAAAGGACGAAACACCGGTGTGCAGGTGAGTGA
TCCAAACGCCCGGCGGCAACCGAGCGTTCTGAACAAATCCAGATGGAGTTCTGAGG
TCATTACTGGATCTATCAACAGGAGTCCAAGCGAGCTCTCGAACCCCAGAGTCCCGC
TCAGAAGAACTCGTCAAGAAGGCGATAGAAGGCGATGCGCTGCGAATCGGGAGCG
GCGATACCGTAAAGCACGAGGAAGCGGTCAGCCCATTCGCCGCCAAGCTCTTCAGC
AATATCACGGGTAGCCAACGCTATGTCCTGATAGCGGTCCGCCACACCCAGCCGGC
CACAGTCGATGAATCCAGAAAAGCGGCCATTTTCCACCATGATATTCGGCAAGCAG
GCATCGCCATGGGTCACGACGAGATCCTCGCCGTCGGGCATGCGCGCCTTGAGCCTG
GCGAACAGTTCGGCTGGCGCGAGCCCCTGATGCTCTTCGTCCAGATCATCCTGATCG
ACAAGACCGGCTTCCATCCGAGTACGTGCTCGCTCGATGCGATGTTTCGCTTGGTGG
TCGAATGGGCAGGTAGCCGGATCAAGCGTATGCAGCCGCCGCATTGCATCAGCCAT
GATGGATACTTTCTCGGCAGGAGCAAGGTGAGATGACAGGAGATCCTGCCCCGGCA
CTTCGCCCAATAGCAGCCAGTCCCTTCCCGCTTCAGTGACAACGTCGAGCACAGCTG
CGCAAGGAACGCCCGTCGTGGCCAGCCACGATAGCCGCGCTGCCTCGTCCTGCAGTT
CATTCAGGGCACCGGACAGGTCGGTCTTGACAAAAAGAACCGGGCGCCCCTGCGCT
GACAGCCGGAACACGGCGGCATCAGAGCAGCCGATTGTCTGTTGTGCCCAGTCATA
GCCGAATAGCCTCTCCACCCAAGCGGCCGGAGAACCTGCGTGCAATCCATCTTGTTC
AATCATGCGAAACGATCCTCATCCTGTCTCTTGATCAGATCTTGATCCCCTGCGCCAT
CAGATCCTTGGCGGCAAGAAAGCCATCCAGTTTACTTTGCAGGGCTTCCCAACCTTA
CCAGAGGGCGCCCCAGCTGGCAATTCCGACGGATCAAGAACCTGCTGACGTTTTAG
AGCTAGAAATAGCAAGTTAAAATAAGGCTAGTCCGTTATCAACTTGAAAAAGTGGG
ACCGAGTCGGTCCTTTTTTTGAATTCGATATCAAGCTTATCGATACCGTCGACCTCGA
GGGGGGGCCCGGTACCCAATTCGCCCTATAGTGAGTCGTATTACGCGCGCTCACTGG
CCGTCGTTTTACAACGTCGTGACTGGGAAAACCCTGGCGTTACCCAACTTAATCGCC
TTGCAGCACATCCCCCTTTCGCCAGCTGGCGTAATAGCGAAGAGGCCCGCACCGATC
GCCCTTCCCAACAGTTGCGCAGCCTGAATGGCGAATGGGACGCGCCCTGTAGCGGC



GCATTAAGCGCGGCGGGTGTGGTGGTTACGCGCAGCGTGACCGCTACACTTGCCAG
CGCCCTAGCGCCCGCTCCTTTCGCTTTCTTCCCTTCCTTTCTCGCCACGTTCGCCGGCT
TTCCCCGTCAAGCTCTAAATCGGGGGCTCCCTTTAGGGTTCCGATTTAGTGCTTTACG
GCACCTCGACCCCAAAAAACTTGATTAGGGTGATGGTTCACGTAGTGGGCCATCGCC
CTGATAGACGGTTTTTCGCCCTTTGACGTTGGAGTCCACGTTCTTTAATAGTGGACTC
TTGTTCCAAACTGGAACAACACTCAACCCTATCTCGGTCTATTCTTTTGATTTATAAG
GGATTTTGCCGATTTCGGCCTATTGGTTAAAAAATGAGCTGATTTAACAAAAATTTA
ACGCGAATTTTAACAAAATATTAACGCTTACAATTTAG
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