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Linear AAV genome:

— Circle Junction PCR — shouldn’t amplify
— Template Reference PCR — should amplify

@+ recombinase

/

Circular Product:

i

— Circle Junction PCR — should amplify
— Template Reference PCR — should amplify

FIG.8BA
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pDNA Genome
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Universal Probe used
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AttP mutants for improved kinetics

WT AttP
GTGGTTTGTCTGGTCAACCACCGCGGTCTCAGTGGTGTACGGTACAAACCCA

AttP1
GTGGTTTGTTTGATGAACAACTGCAGTCTCAGTGGTGTACGGTACAAACCCA

AttP2
GTGGTTTGTTTGGTTAACCACAGCGGTCTCAGTGGTGTACGGTACAAACCCA

AttP3
GTGGTTTGTTTGATGAACCACTGAAGTCTCAGTGGTGTACGGTACAAACCCA

FIG.14A
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7% Integration
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Beacon Placement in PHH with
mRNA+AAV—quide (NGS)
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NGS

Nok1 Beacon Plccement
MV quides + PE2 LNPs (14D post-AAV)
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Integration in AttP mice
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Neonate study (8 days)
LNP #F2, synthetic gquides, 6bp
Nolc1 (ddPCR)
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Neonate study (6 weeks)
NP #F2, synthetic guides, 6bp Nolc1
(ddPCR)
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mRNA:quide ratio study (ddPCR)
mF9, 6bp dual atgRNA
LNP #F2 split LNPs

2.0
[ ]
- 1.5_
S —_—
£
[+
S
Q. [ ]
= 10 .
3
b °
L0
®05- T T
.
e L LETLET
00 I e L e @
£ S 2 =
S § 3
.O: «—

Ratio (mRNA:atgRNA1:atgRNA2)
FIG.22A



PCT/US2022/082297

WO 2023/122764

29/29

O IAAIE

(2vNYE30: L YNYBID:YNYW) ooy

N —

3 3 9
Y [Te] [Te] =]
-y ~NO N -~

= = a
oA @a o
2 [ ]

.

® °

SANT Hids Z4#dNT
VNybo [onp dqg ‘g
(uoopaq Papad — S9N)
Apn}s onos apinbiyNyw

— 000

— €00

- 00

- 900

— 800

Juawsdp|d uodpaq ¥

dZ¢ 9Old
(2vNYO30: LYNYBIO:YNYW) onpy
. B
.5 g g
| L —ostee 0
[ ]
ﬂ L g
e ol
- Gl
. - 07
- GZ

SANT JIdS Z4#dNT
VNyb10 |onp dqg ‘gjw
(S9N) Apms onos apinb:yNyw

juswaopn|d uodpaq %



