


WO 2021/231567 PCT/US2021/031983

pITR-CBA.SLC26A4-3FLAG
7043 bp

N
§
N
N
N
N

oy
SR
o‘\@\};g&"

\\\\\\\M\\\\\\\\%\\

FIG. 2

2/23



WO 2021/231567 PCT/US2021/031983

” , TR
i PUHRA
ohimerico ;g‘gig‘{};}i T ——

§

3/23



WO 2021/231567

e,
CMV ¢BA j

A

4/23

PCT/US2021/031983

TR




WO 2021/231567 PCT/US2021/031983

Mock SLC26A4
64 1.8E5

150
Vinculin

Pendrin
85.7kDa

5/23



o)

o

SLC?6A4

1.5E5 HEK cells

o
o
+
L
0

Mock

SLC26A4 Transduction in Explants / HEK

.nUnUnU_nUnUnU*:
TR

VG/Cochlea or

FIG. 6



WO 2021/231567 PCT/US2021/031983

Mock SLC26A4 - 4589 vg/cochlea SLC26A4 - 1.3E10 vg/cochlea

7/23



WO 2021/231567 PCT/US2021/031983

8/23



WO 2021/231567 PCT/US2021/031983

( A} Sic 2Bt RDentuhix (g) L 50 e
g SR — TE Sle2gey TR
] i . o Bl M i roins fon #t PO
2 e Slersed™ eI meroimasfon 8t FY
]
55 ‘.
g A T ¥ Y 2
5 & & &
& 3 ‘&v‘? m@
Freguency.
(8) Slc2éagin!Bentih mjerginjection at PO ) Sfc26agiPondin Dotk microinjection at P3
Left ear {Injection) Right zar Left ear {injection) Right ear

9/23



WO 2021/231567 PCT/US2021/031983

B Promoter.eGFP
n=2 3 days post-transfection
FG o
B0 -
G =

GFP+ cells (%)

10/23



ABR threshold (dB 8PL)

WO 2021/231567 PCT/US2021/031983

Neonatal gene therapy-Clicks

120+ & Ste26ag T
, s 8562634:{?35}3;1 236P
100+ R S B FR— @ - SfC?GE‘J‘LzBﬁP/LZ%P sreated ear
80~ B Se26a4- A ontratateral ear
60+
PURRIR S—— e " — —
20+
£ ; Y 7 Y T T
& & &P Q@Q’ &8 Q.\%Q’

11/23



WO 2021/231567

ABR threshold

PCT/US2021/031983

Neonatal gene therapy (N=4)

1204
100 e 8102634&35'3 L235F \reated ear P30
& Sic26a4-27" 23 contralateral ear P30
804
604 o
40- "™
204
O I 1 I 1
o & & 4
& F X
o 2 o 5
Frequency

FiG. 12

12/23



WO 2021/231567

#1
~ 1201
o
£ 1004
© @\
=]
[agt 80_
o \ \\W\M.ﬂ.@
% 604 & §§;\\\
§ 40- R
& p-
<<
0 I . . :
@ \2(1/ \z(b \a(k
(}\D tb\’b y\Q‘)% mq:‘."‘
Frequency
FiG. 13A

13/23

i

PCT/US2021/031983

Pre-injected ear P22

- Pre-contralateral ear P22
- Post-injected ear P50
- Post-contralateral ear P50



ABR threshold (dB SPL)

WO 2021/231567

1204
100+

N B o
TP

#2

fen]

& & &
K

Freguency

FiG. 13B

14/23

PCT/US2021/031983

Pre-injected ear P22

- Pre-contralateral ear P22

Post-injected ear P50

\« Post-contralateral ear P50



PCT/US2021/031983

WO 2021/231567

8f62634t2~359«'123§;9 F2

i,
SAAES Yz

2y it
4 s
49
£ L
Wl
e
wane g
P Yt
iz oy,
- ke

7 G A,
iy
A
22 p
77
‘i
G
Pos. v

Circling

o
N
N

N

A

% B

&
R
S
*
S

F’é@ Pfléi} P120  P150

P30

% i

| I I 1 I I
5] oo & [ o] '] po]
) [ [#9] «w =t [ ]
. s

(dS gp) ploysayy 4040

FIG. 14A

15/23



WO 2021/231567 PCT/US2021/031983

F2 Slc26a4-230PL230F aeay group
130+
1204
o 110
?;g 100
3 w0 = P21
2 60 - PBO
8 504 ,
E 40 = P90
o %g— = P120
g 20 = P150
G T T T I
@ S
o MO
Frequency

FiG. 14B

16/23



WO 2021/231567 PCT/US2021/031983

F2 Slc26a4-230PL236F

s
gy

130
-, 1204
5 110-
HERItIE
xR
§ 8{“3— % §\\\\\x\\\¥ . % PE?
: Hr ;
2w * P30
& 80- R
: ‘§§ s PS0
2z . P120
) 2 -+ P50
0 | | | |
<2 A G N
e %\v \%\G @jﬂr

Fraguency
FiG. 14C

17/23



WO 2021/231567

1

d (dB SPL)

ABR Threshol

..§ {1

4

PCT/US2021/031983

4 SLZZEEL236F 1 1 ren sy § &
F2 Slc26a4-235PL23%F hive group

1304
120

- P120
-+ P150

D S

T T T

a0 e A
RS SN
L Q

fa

Frequency

FIG. 14D

18/23



WO 2021/231567 PCT/US2021/031983

F2 SIc26a4- 238230 ot aroup
130
5 120 i P30
- 1207
5 1o . PoO
D 90 & P90
e S§3_
T 7o & P120
£ 80 - P50
W
S 504 4
£ 407
& 5pl
{ﬂ Foan
< 10+
{} T I I I
K e A 4
N RO S
LV [ N %’}f
Frequency

FIG. 14k

19/23



WO 2021/231567

10

36

FiG. 15

20/23

PCT/US2021/031983




WO 2021/231567 PCT/US2021/031983

FIG. 16

21/23



WO 2021/231567 PCT/US2021/031983

10

17
- 11 —>e 13 —

42A

¥

; ;
N N
/ Section B-§

24 38

FiG. 17

22/23



WO 2021/231567 PCT/US2021/031983

FIG. 18

23/23



