WO 2020/247407 PCT/US2020/035780

form}

LB

tradio

A "
. i

Alg-E

£
<

[EIrsss:

HA-beta-

e

FIG. 1

X iy

tradiol (A f{_n_'m)#

A

SR

-E

¥
Y e

4

SRR
P

i

{
A-heta-Al

7
¥
7

H

% ¥

SUBSTITUTE SHEET (RULE 26)



WO 2020/247407

050

PCT/US2020/035780

2/13

045

040

035

030

AU

025

020 |

015

010 |
| &
.
005 & <
: o =
N B
< G

000
0.00 200 4.00 6.00 800 1000 1200 1400  16.00 18.00

Minutes

FIG. 2A

SUBSTITUTE SHEET (RULE 26)



Al

WO 2020/247407 PCT/US2020/035780

ool -
¥ HAEZ ~ 2.75
# Estradiol - 10.21

om3 -

0012 -

0011 -

rrererre,

0010 -

e g
A rsssssessasessesecses

0004 /J
Q003 s 1 4 w; oA

X & &
N N R I NV, Wi

o ‘
0001 - \
~ y

0.00 2.00 4.00 5.00 8.00 10.00 12.00 14.00 1600 18.00
Minutes

FIG. 2B

SUBSTITUTE SHEET (RULE 26)



WO 2020/247407

TMRM (%)

TMRM (%)

TMRM (%)

200

1504

100+

200+

150+

1004

200+

848 1619

PCT/US2020/035780

4/13

HA

32.38 64.76

pgimi

E2

014 634 068 1,38
nalmi

HA-C17-E2

6.48 1619 3238 8476

ugimi

FIG. 3

SUBSTITUTE SHEET (RULE 26)



WO 2020/247407 PCT/US2020/035780

5/13
Serum ABR42

APAZ {pgiml)

0.206 0.206 B2

D 125 | HAE2
mg/kg

FIG. 4A

Hippocampus AR42

1200
1000 -

AT -

AR42 sotubleipy/myg)

2

o

{1,206 D206 B2

Vehicl o 128 . HAE2

FIG. 4B

SUBSTITUTE SHEET (RULE 26)



WO 2020/247407 PCT/US2020/035780

6/13

w20 24hrs .

Tl ' S Estradiol Benzoate
estradiol Benzoy! chioride

%% pociomep

nrf;\m Solvent-Dry DCM, RT-24hrs

1. SM NaOM pH-8 to 10
MeOH, RT-24tys

3

2 Neutralized
Using AcCOH: H,0=1:1
pH-6

t
1

2. Neutralize pH=7 by
1LTFA: DOM= 1. ’E, using 0.5 M NaHCO,
RT-2hrs Add 3 mL DMSQO

O

DICiOxyma
_ Sovent-DOWIDMSD
RT-Zéhrs

Hyaluronic acid-360kDa

E2-Ala-HA

FIG. 5

SUBSTITUTE SHEET (RULE 26)



WO 2020/247407 PCT/US2020/035780

Distance
1500+
E 1 ~p= Cont
3
‘; - OHE
0‘
£ 10004 —e E2(2.0X)
;g? - HA-C17-E2 (1.0X)
fer] - -
g 500 —~ HA-C17-E2 {1.5X)
E
£
z |
O ; ¥ t 5
N ¥ ¢
Day
FIG. 6A
Time
80+
-~ Cant
% 60- -m- OHE
E - E2{2.0X)
,? 40- e HA-C17-E2 (1.0X)
g — HA-C17-E2 {1.5X)
S 20+
[72]
9 ] ¥ 4
> Q¥ &
Day
FIG. 6B

SUBSTITUTE SHEET (RULE 26)



8/13

FIG. 7A

Time (%)

FiG. 78

SUBSTITUTE SHEET (RULE 26)



WO 2020/247407

Swimming distance {om)

Swimming time (s)

1800+

1000+

500~

9/13

Distance

80~

504

40~

20~

¢ i ?
Day
FIG. 8A
Time

FIG. 8B

SUBSTITUTE SHEET (RULE 26)

PCT/US2020/035780

Pt

oo

Cont
OHE
E2 {2.8X)
HA-C17-E2 {1.5X)

Cont

QHE

EZ{2.5X)
HA-C17-E2 {1.5X)



WO 2020/247407

10/13

PCT/US2020/035780

50 - Distance (%)
£ .
g l
=N
o 0 \\ 1 ]
5T \\
o5 I \ 1 e
£ S \ NN
E "é; \ e
3% N\ 4
2 N :
0 & ;
\Distance (%) 37.6 225 29.2 29.9
FiG. 9A
Time (%)
50
353 I
Q@ o )
£ g § I
E’?% 25 \ o
g o \ I -::f:-
E% \ - :
o , R
G% § § .i. "
§ i:i.::l
Q & L - »l
Cont OHE E2 (2.5X) HA(}C_ é;}&a
{Time (%) 378 217 307 308
FIG. 9B

SUBSTITUTE SHEET (RULE 26)




WO 2020/247407 PCT/US2020/035780

11/13

CA1 distal apical dendrite
Control QHE 25X E2 18X HA-C17-E2

FIG. 10A

CA1 distal basal dendrite
Control OHE 25X E2 1LBX HA-C17-E2

FiG. 10B

SUBSTITUTE SHEET (RULE 26)



PCT/US2020/035780

WO 202

12/13

19 -

{wirl o1 40d) Ajisuep ewds

FIG. 11A

Hippocampal CAl basal segment

{ward o1 32d} Ansuap auide

FIG. 11B

SUBSTITUTE SHEET (RULE 26)



PCT/US2020/035780

WO 2020/247407

13/13

Post-op-2D

Pre-Test

* ok

iiiiiiiiiiiiiiiiiiii

* 0’**‘##“{#“f§é‘awfncﬂm

XETF2LDYH didi

P Y N 5 2 % SN S M

- % XS24 0YH dLd

2

e (XG)2d d LA

¥
e

oses  Toosee
d

-dldif

(%) egrumop pagquio soI

L UIBYG

NG TIZF L4 YH didW
_ - o
XSIZFLLDYH didi ®
o S (Xsied dldi It
, 4
L LA a

T/

5 OB S o
B e B
2

(%) H1BHUMOD PBGUIND D21

FIG. 12

(X52023210°YH didi

- | H{XGIZ3 2L -YH dLdN

o
M

{Xsizd didiy

- didid

- weys

¢ 0w o B o
9?52
dll

{%) peyUMOpD PagIND ad1N

SUBSTITUTE SHEET (RULE 26)



