WO 2021/011941 PCT/US2020/045906

FITR ps pie a8 IR

ARV geaane

:X*%ene

Rep™8
Rophd

Rep®2

Repag

¥
A e
VP

AAP

X-gene

Figure 1

\ Wt AAV2

TR Rep Cap TR

.. R  mww

ITR Pro  Transgene pA ITR

Complementing “"Helper” Plasmid

Rep Cap

T NN\ Ad Helper
Ela Elb E2a VA k4
Figure 2

1/13



WO 2021/011941

PCT/US2020/045906

{7083) Nael AbsY {12}
(7087} NgoMIV | ;

Nrul (423

_Bpulol (572}
’ SgraAl (723)
' ®Y (728)

SORARY (932)

- BstBY (1388)

. BSREIL {1464}
%
% ‘% ,...‘..w-HindIII {1648)
RC2 g
7415 by ®
&‘} Wy QN ST Swal (1957)
X
§ # EcoNI (2369)
Ly, A ﬁe“‘
W& N\
:“- ‘\\‘\\ < N
(4505) ECORV w w55
eons) Eeo : ol 000 s BSIWI (30:8)
{4351} Xbal 5 - -
(4340} SnaBl |
{4268) Spel ;

(3634) BFUAT - BSpMI Xemt (3777)

Figure 3

2113
SUBSTITUTE SHEET (RULE 26)



WO 2021/011941

PCT/US2020/045906

{Vs) IEMK - JUlg - Ty - JTydsy Twds) - 1ROy - IguIBg (ESus!
) H ] TURY {LHES)
167453 348 :

¥ 2unbi14

{isr) JRdE - 1098 - RYY

Xy {p669]
iy 3

5630} ITGURA - Thitid - 1LBODY 7 s \§\ S,
(S T2 S I &\\\\\\\%\ s, o
{e55%) yRdy L N /»/f.
{a6ss Tmnded - JOTTHSE

&
i
&

s
& i 5,
.‘\\\&¢ \.\\\s\\«\\ »fw
i, \\\W\\ %
.
B4 N\\ i
(v2ve) yrey. N
amw« % \\\ Wm«u
o s i e U, ~ MUV - Bimsg - prehig
98141965 - Ywed - psy \N\\ N«N - 1adsg ~ jausg - 195G
L \\\\\M * I5RESE - BIRes (A555)
WERZEPHY -+ WS ~ 10g \\\\\\ % ’dsy
(esr! Tonrrasa v 9 6651 \\\\M\ I UK IS0L g
eaezs Mk A ?aos 1 it BT -raenlionn
ues hﬂaﬁwxa N w o XN - $058 (GGen)
i S - AN - 16pHRD

~ 1Y ~ 1poLEdsg ~ 5 pddsy
- i ndsg ~ nsy (4706}
g 1K a1
/ GBS - RS (067253

YOG - JSHIR (BR7E)

IPPN - YONRS {55063

S

Py 0303
124533 TORK - Z

. P “, § i
o iBYEY) IBAgG - IRTMG - IR - G, gy
CUBTLY gty © afLRY - IQUEG ~ 5 1A5Y R ’

2454 ~ 1145y ~ $H8D - 1048 (476°0Y)

}
18} WS .

(502} TS - TNVISE - 1DI5 - 1L0pTdSE

LT

313
SUBSTITUTE SHEET (RULE 26)



PCT/US2020/045906

WO 2021/011941

(9EVE) 1M - 1999
{9tvz) 1038 - 1943 - 1983 - g ;

{arp7) yIeN - TETVAM

{rive) Judss - psey -

(Ecrr) FOdS - P - TRl - T2003 - 148 - 10T -
{592z} 1adSd - 1SD000E - TT6003 - LAA5E - LRISH
(8£12) Todsy - Tty - TAPULH - T - 1aH1SY
(STT7) JUNW - YOI

{LEDR) wpmtiyy - S ~ IRASY -
(22023 3% %~ 0 - w i

(5007 AYOP3 - XZELDT

IOV - ISEL00F - 1972903 - rued {15923
© o AEIRAd - 3PV {TrsT)
\ v

- L/ G 24nbi4
s

113 AV

RuY - upg - IX0W - 1002d5w (050)

w ceere THIEE - TEOG - FPOWIE - JEXTIOT (0555)
(981T) T0MX ~ TOIS - IV LEASS - 1LUORS
{771} YOS - TTETYd - TAMSE

(€97t} 30dsy - TRuY

(65T7) IBUN ~ THNOSY

%3 NECE
d493-AWI-Avd

DrTr Tl - uﬁa\\.\_\ e ZASK - 1S - JNAY - 190 {vi6E}
az11) UbS - Tvess - 1eby - ISy 7
(5038} udy /
(267T) IRTLUSY - 1§0900¥

(198) ThIS - TooN st
- 19 - PLLooF )
- Z0CX99F - 118 - 150188 - 114999 - 151dsg L

{15} 180Y - 1SOTOT - INSISE

- IPEDOF - INLOSE - ITLOSY - IRSE (714093

les) Toamn”” S
(087) IZAMSHE ~ Iwndg - 308 - 1909
{Sv¥) pymes 1He) - SNy {913k}
L RABSE (174
N 7 13d%d - 1988 (G747}
(217} Il ~ I H P .
{291 I80%3 : 4 LRy B

1354 - T34 - TTEVISY (5705

4/13

SUBSTITUTE SHEET (RULE 26)



PCT/US2020/045906

WO 2021/011941

(L¥22) YoM uey (6:¢7)
‘ (Sh€7) ATpobN ; iesg {25420
le622) Tdsg - Yoryg - ey

{(O%18) Td

(8K17) 1045
[UATANE 51- TR
9912} 1M .

(SRET) pd
{1281 ITHISY ..

{0581} pedy - TIOWMH
(LSBT To4md .

9 a4nbi4

16010037 (6988}
S eIz (8757}

/ Inev (0e5T)
- e
s

o # 1¥eg {0606)

5 y L
\\\\\ %N%Mﬁa OPAS

: Uy
.ov,,@ :
\

{
L

(i5Y) TAeg
{5097) TN
{3091} 0y

2 a9 2Hiy . \
d493-941-Avd N
e S 4 (929%)

SRR

{co8) J00N - 100G
(188} 1S15Y

{95} THAY

{65u) yudy

()

T peeg (€208

an

(G58) 16900Y
(954} ysed y
81X S

s ‘, §

(8BS 19499

o
{81y} SN

(595} YO8V

{51y 1Rds g (548

5/13

SUBSTITUTE SHEET (RULE 26)



QR
Concentration {mid}

Figure 7B



WO 2021/011941 PCT/US2020/045906

e RRTL - O~ KLL ¥
& §
!
2 e §
. ERS —fe— MECIE e Cali2
8 oW 3
& & <
S 8 25
&
R
D
BN 3 N
§§ B L5 » &
1 : S
° ? .y 2
{}\& ""i'“".(‘. 'O‘OV‘é",‘V‘ e, .
o ‘N“
~24 £&§ 8 48 &8 B G

7/13



Figure 8A



PCT/US2020/045906

WO 2021/011941

O40mM BiimM

$2830008208

Figure 8B

W27

9/13



WO 2021/011941 PCT/US2020/045906

— K
o KHCOS
N ~-g--K2C03
o 28 KNO3
S . - KCNS
—»— Na(l

W
Y

v

’ P amend 3017 R

"
S
o=

- «

R

Concentration {mM}

Figure 9A

ey N :

N e NRQGE

& KON

EoN Nad

Nae o

N i

b A

\\\\g 3

A O3
“ 23
5

X et

W -

e Ay

@

o

RN

NN

S

=

.\'\-

& 7

=%
A& Y AR ety
S ¥

%ed

104

Q 1D 8 NN & 8 &8
& N 0 3 S SG SO

Figure 9B

10/13

-
7
s



PCT/US2020/045906

WO 2021/011941

V0000

24

V2

4

2

¥
0 AAVE-Med
AVE-Tok
\&\‘?%} \$\\*\\\§

0O N O O T M N «— O

(abueyy pjod) 10309A AVY

v'ControI

0

1BT

Time Post Transfection

Figure 10

11/13

SUBSTITUTE SHEET (RULE 26)



PCT/US2020/045906

WO 2021/011941

Figure 11A

&
8
8
“

WnIpay ul AVY

., 7,
A e

B0 OEDORD

Figure 11B

2] ¥y %y o4 4% L 7] o
5 4 i

S9WIoUan) |eJo |

12/13

SUBSTITUTE SHEET (RULE 26)



Total genomes{Fold Change)

WO 2021/011941

3 8= AAVS-5h
)5 =X = AAV5-20h
‘ s AAV4-5h

, | —x—aavezon
15

1
05

0

PCT/US2020/045906

20

3\G 4‘0
KHCO, mM

Figure 12

13/13

50

60

70



