WO 2024/030659

e A A A LA S
0 7 14 21 28 35
Days after the start of treatment

FIG. 1A

42 49 5

PCT/US2023/029563

—a— Group 1
—s— Group 2
~s Group 3
Group 4
-0- Group 5
—a— Group 6
~a Group 7
- @r@up 8
\\\\\ s Group 9
~o~ Group 10
—e— Group 11
—- Group 12




WO 2024/030659 PCT/US2023/029563
2/35
Anti-lgG2a Compound |
%&0@@ - 'ggﬁ@a -
]
£ £ i
L2000 - 2 2000 e
g -;g &,?/éf}/ﬂ ,’j
£1000- 2 1000 - ,@;‘j
o o ¢ -
ol o &7,
£ & Vv
5 0 | T T T 5 0 E s 1 !
b 0 10 20 30 40 & 0 10 20 30 40
Days Days
Anti-PD1 Compound i+ Anti-PD1
“E 3000 - PR “E 3000
@ I @ B
22000 L £ 2000 |
= od = pe
S 1000 < £ 1000 - U -
B i i BTl e
g .é{;«t} g R %%i . : \\\\;:h_ -
= 0 s 1 ] T3 v A 1
e 0 10 20 30 40 F 0 10 20 30 40
Days Days

FIG. 1B



WO 2024/030659

Percent survival (% )

100.0

87.5
75.0-
62.5-
50.0 -
37.5
25.0-
12.5

3735

o

0 5
Days after the start of treatment

L A B

10

E [ ]
15

AASARANAREAREES
200 25 30 35

FiG. 2A

0.0

5

R L B

0

o

10

15

LA N B

20 25 30 35

Days after the start of treatment

FIG. 2B

PCT/US2023/029563

e (3roup 1

ety (GPOUR 7

—-g-— Group 3
e Group 4
e o = GrOUP 5

e penee Group 6

e (SPOUD

—aun— Group 7

- == Group 8
- (Group 9
ey Group 10
w~eeggeee-- Group 11

e e = (SPOUP 12




WO 2024/030659 PCT/US2023/029563

4/35

STK{1-deleted MC38
100.0 — - B S e e it L 4

875 by g
75.0 H 3
o

62.5
: H
50.0 SR

Percent survival (%)

H

! |

37.5- L E

250 ; ‘
i

|
' !
12.5 ey e o e i §

L e NN Sy B S B AU S I
0 5 10 15 20 25 30 35
Days after the start of treatment

-------------- Anti-lgG2a 10mg/kg, i.p., BIW

— - Anti-IgG2a 10mg/kyg, i.p., BIW + Compound |, 30mg/kg, p.o., QD
- — @~ Anti-PD1 10mg/kg, i.p., BIW

-~~~ Anti-PD1 10mg/kg, i.p., BIW + Compound {, 30mg/kg, p.o., QD

FIG. 20



WO 2024/030659 PCT/US2023/029563

5/35

3000 -

2500~

NI
<o
&
<

1500 —

1000 —

Tumor volume (mm3)

500 —

Days after the start of treatment

—@— Group 1 (Untreated Controf}

—CO— Group 2 (Survived Animals from Group 5 of Example 1)
—a— Group 3 (Survived Animals from Group 8 of Example 1)
—@— Group 4 (Survived Animals from Group 9 of Example 1)
- Group 5 (Survived Animals from Group 10 of Example 1)
Group 6 (Survived Animals from Group 11 of Example 1)
—{1— Group 7 (Survived Animals from Group 12 of Example 1)

FIG. 3A



WO 2024/030659 PCT/US2023/029563

6/35

Tumor re-challenge after 21 day treatment cessation
3000 —

]

<3

oo

<
|

.

(e}

[

(e}
|

Tumor volume {mm3)

80 85 90
Days after the start of treatment

65 70 75

~-&- 5 mice previously treated with Compound I+
-+ Anti-PD1 that had a complete response

FIG. 3B



WO 2024/030659

3000 -

]
o
L]
(]

1000 -

Tumor volume (mm?)

PCT/US2023/029563
7/35
Tumor
re-implantation
Day 69
g f  Trealment
" discontinuation

Day 48

10 20 70 80 90
Days
-~ Group 1 ~&- Group 1 (Unireated Control)
~@- Group 4 ~de— Group 5 (Survived Animals
from Group 10 of Example 1)
~{}+ Group 7
& Group 10




WO 2024/030659 PCT/US2023/029563

8/35

sgSTK11 vs. sgNTC
C57BUE with anti-PD1

04 O o 0O

0.1+ Hdacl

| t i
-0.8 -3.2 0.2 0.8 1
Effect Size

Loss promotes immune-mediated killing
in STK11-null tumor

FIG. 5A



WO 2024/030659 PCT/US2023/029563

9/35

Achilles CRISPR HDACH1

o
o
[ &
I
1.4
i
o
&
€3
Achilles CRISPR HDAC?2
o
o
O
&
[4:4
8.
2]
[
&2
.
Achilles CRISPR HDAC3
1__.
2
o
O
7
¥
[
&
£
€3

Project Achilies Cell Lines

FIG. 5B



WO 2024/030659 PCT/US2023/029563

10/38

HDACH
125+

100 -

».\!
(&3]
i

J
<
|

ICH0: 0.10uM

% HDACT Activity
]
[$1]
|

o
|

R
33

‘ ;
0.0001 0.01 1 100

Compound Concentration (uM)
FIG. 6A

HDACZ
125~

100 &—a

%
(93]
]

(o}
(=]
]

]
[43]
|

1C50: 0.17uM

% HDAC2 Activity

<

-25 ] | i
0.0001 0.01 1 100

Compound Concentration (uM)
FIG. 6B



WO 2024/030659 PCT/US2023/029563

11/38

HDAC3
125 -

100~ % ¢ g

.'.*J
[43]
}

1C50: 1.07uM

% HDAC3Activity
] (8]
(8] o
| |

-25 T i i
(.0001 0.01 1 100

Compound Concentration (ulM)

FIiG. 6C



WO 2024/030659 PCT/US2023/029563
12/338
Anti-lgG2a Compound |
“gsgaa %30@0
. ~ vy
£ £ bf//j;f !/
4 ‘g
& 5] ta ’
£2000 £2000 /, A /
2 3 S
[o} [} b
1000 - 1000 - 7
: 000 : 000 ;@
£ £ V4
s 0 i a - S ; s a 1
= 0 10 20 30 40 ™ 0 10 20 30 40
Days Days
Anti-PD1 Compound I+ Anti-PD1
3000 - i 3000 - a
£ A E /
H
£2000 £2000- /!
E E:
£ 1000~ S1000-
T Toon s PO
2 o s 3 0-F i e R
0 30 40 o 10 20 30 40
Days Days



WO 2024/030659 PCT/US2023/029563

13/38

STK11-deleted CT26
1@0.@ o goomcszssacaccrssacccsccnsa gﬂ;mm..

875 e

| |
75.0- s b
625 *311
50.0 AN !

Lo
37.5- L .

Percent survival (%)

s
259 i :"';"" e} §"""“]
125~ R

{

L |

0 10 20 30 40
Days after the start of treatment

-------------- Anti-lgG2a 10moa/kg, i.p., BIW
- Anti-lgG2a 10mg/kyg, i.p., BIW + Compound |, 75mg/kg, p.o., QD
~~~~~ Anti-PD1 10mg/kg, ip., BIW

uuuuuu Anti-PR1 10mg/kg, i.p., BIW + Compound |, 75mg/kg, p.o., QD

FIG.7B




WO 2024/030659 PCT/US2023/029563

14/35
MC38 MC38
(STK11 deficient colon) (STK11 deficient colon)
BALB/c nude mouse Ch7BL/B
% &
£ 3000 & 3000
£ £ ]
@7 © 2000 - /
& & Sy
= = 8
5 5 ]
= 1000 = 1000 B Ef{l L”’
E % g »v*hv”"“v
= 04 i ( T i r o5 0% i T E T 1
b= 0 5 10 15 20 25t 0 5 10 15 20 25
Days Days

------ o Anti-lgG2a 10mg/kg, i.p., BIW

e ARt-IgG2a 10mglkg, i.p., BIW + Compound |, 30mg/kg, p.o., QD
-—a— - Anti-PD1 10mg/kg, i.p., BIW

- -~ Anti-PD1 10mg/kg, i.p., BIW + Compound |, 30mg/kg, p.o., QD

FIG. 8A




WO 2024/030659 PCT/US2023/029563

15/38

CR7RLIS BAIL Blc Nude

O --‘5 :«..Aﬁ‘“ “‘:;:: ¥ ‘ \ 1 i LR N S R ) 5 ! ' ' v ! i
0 7 14 b= 0 7 14
Days after the start of treatment Days after the start of treatment

...... = Anti-lgG2a 10mg/kg, i.p., BIW
e Anti-lgG2a 10mglkg, 1.p., BIW + Compound |, 7bmg/kg, p.o., QD
- ANti-PD1 10mg/kg, i.p., BIW

Anti-PD1 10mg/kg, i.p., BIW + Compound |, 75mg/kg, p.o., QD

FIG. 8B



PCT/US2023/029563

WO 2024/030659

16/35

abueyg plod zboj

FIG. 8A



PCT/US2023/029563

WO 2024/030659
17/35
3-“ -
| CCLA1

&
o}
<
g -
&
=
o
Lo L S
a T
o3
°

4]

-2 I j ]

Vehicle Compound | aPD1

FIG. 9B

iog2 Fold Change

O
Ui v 9
N < N FIG. 9C



WO 2024/030659 PCT/US2023/029563

18/35

CD8+ TEM cells

Ch8+ T cells

FIG. 10A

Ch4+ T cells

i o
o v o) %,
N =

15

RY
+GPQ0 10 %



WO 2024/030659 PCT/US2023/029563

19/38

Treg cells Ratio CD8+ /Treg cells

Ex3

-2
[#1]
|

*X

b
Los]
i

% of CD45+
Ratio CD8+ T cell/Treg

2000 .
= 1500
e
&=
2 10004 B
@
@]
&
[e)]
P4
M
-500 i ; ; g
q;b é\ Q’\ ,QQ
&) S
R S N4

O
Yooe P FIG. 10C



WO 2024/030659 PCT/US2023/029563

20/38

Secreted IFNg Compound |
2.0 Compound | + aPD1

g v
W
10— - ] / L W_//,,,.v,__
{ I | ] ! !
O A D P S AL D P
ERRNNE SRS ENESEEEIRS
Compound | concentration { nM)
FiG. 10D
MC38 MC38
(STK11 deficient colon) {(STK11 deficient colon)
Al T cells Treg
8 2.0- 8 20-
@ & CCL1
2 1.5+ g 1.5+ CCL22
= @ =@ ey LS
|8 £ 81.0 | 7/
[ 2 ; m
L@ CXCLS g9
£ 057 CXCL10 & 0~
e CXCL1T =
@:} é}‘\ > > @(} Qb\ O QQ?\
W& Y & A AN
IS &
<y N < S
C‘é (@’
& &

O
< X FIG. 10E



WO 2024/030659 PCT/US2023/029563

21738

Yorinostat
Pan HDAC Inhibitor

=

£ 10~

g 8 .

: o

B4

- K

Sl

< -5

Log2 Fold Change
Term Rank
Cell Proliferation 1
DNA Damage Repair 2
Wt Signaling 3
FIG. 11A
Domatinostat

= Class | HDAC Inhibitor

£ 10+ L

g 8-_ @@@fsﬁz a.; E ; §§ 983 -3

s 67 Ceapl gL P

£ 4 m% ® <

§, @, b Y

% A B --3% g

E O Y ¢ ] ?

<L -5 0 5

Log2 Fold Change

Term Rank
Cell Proliferation 1
DNA Damage Repair
Epigenetic Regulation 3

FIG. 11B



WO 2024/030659 PCT/US2023/029563

Compound |
CoreDAC Inhibitor

Adjusted p-value (-log)
Y
!

Log?2 Fold Change

Term Rank

immune Cell Adhesion and Migration 1
Matrix Remodeling and Metastasis 2
Antigen Presentation 3

FiG. 11C



WO 2024/030659 PCT/US2023/029563

23/38

Erythroid Cell Viability
Compound |

3mg/kg 75maikg

150+
o
g
8 100-
=
»
2
8 50~
L
S
- > ]
0.01 0.1 1 10 100
Compound concentration (ulM)
Myeloid Cell Viability
Compound |
3mg/kg 75ma/kg
150

o
T
8 100+
=
@
2
g 50~
S
2

0- ! % !

0.01 0.1 1 10 100

Compound Concentration (uM)

FIG. 12A



WO 2024/030659 PCT/US2023/029563

24/35

Vorinostat

3000 -

Tumor Volume (mm?)

Days

- Anti-lgG2a o~ Anti-PD1
W Vorinosatat -%=-Vorinostat + Anti-PD1

FIG. 128

3000 -

Tumor Volume {mm?3)

Days

- Anti-lgG2a -~ Anti-PDH1
wCompound | -w Compound | + Anti-PD1 FIG. 12¢




PCT/US2023/029563

WO 2024/030659
25/35
3 mpk 100 mpk
10mpk 75 mpk
B e
100 - ; -

—-— HDAC1
= 801 il e HDAC3
£ ’

z 80 -
oy
£ 40+ nontolerated exposures
=2 =
20- >= 150 mg/kg
0 e e
1 10 100 1000

Free [Compound {}, nM

FiG. 12D



WO 2024/030659

26/38

PN

-

-

-

]
|

1000

—

<

<
|

Plasma
Concentration {ng/mi}

s
<

24

PCT/US2023/029563

Non-selective 4
dose
~11 fold

Efficacious
dose



WO 2024/030659 PCT/US2023/029563

27/35
Compound | Compound |
3 mglk 30mglk
Anti-gGza ~ 00 Compound | SIS
01 02 0304 05 0607 08 0910 11 12

| Acetyl-Histone H3 (Lys9)

| Vinculin

FiG. 14A
Rk 4

-
? 8
38 6-
;; %
g = 4 — deke
% % : il
58 2 ns RO
Q o sodl A\
b X N

FiG. 14B



WO 2024/030659 PCT/US2023/029563

28/358

Compound | QDX2 PO PK

HDAC3 IC50

=g HDAC1 TE IC50

-@- 30 mpk
- 100 mpk

T I ~# 300 mpk
0 10 20

Time (hr)

FIG. 140



WO 2024/030659

Fold change of Acetyl-Histone
H2B({Lys5) MFi

Acetyl-Histone H3 (Lys9Y/
Mistone M3 normalized

10

PCT/US2023/029563

29/38

*ExX

TNG260 100 mg/kg
pzm TNG260 300 mg/kg

FiG. 140D

8h 24h

hkkk

TNG260 30 mglkg

TNG260 300 ma/kg

FIG. 14E




WO 2024/030659

30/38
Anti-igG2
&
£ 3000 -
£
&y
£2000
3
€ 1000
Fooon
g
5 0 T T !
b 0 10 20 30 40
Days
Anti-PD1
& 3000~
E
[} ]
£ 2000
=
$ 1000~
2
= O+ x e
e 0 30 40

FIG. 15A

PCT/US2023/029563
Compound | - 7T5mg/kg
%5?3060 -
i /
E iy
¢, P
§ 2000 %&/ {/ %
= A
[ -
1 - £
g 000 /:,//
% 0 E s T i
= 0 10 20 30 40
Days
Compound | + Anti-PD1
— Tomalkg
& 3000 - ,,
E /
i
22000~ !
= o
S1000-
Son G .
g &gﬁvﬂﬁﬂﬁg:__:::ii:**:“WE‘u
5 0-F e e
b= 0 10 20 30 40
Days



WO 2024/030659 PCT/US2023/029563

31/33

4000
] -g- Anti-lgG2a
3000 -&- TNG260 75 mpk

_ - Anti-PD-1
~@- TNG260 75 mpk + Anti-PD-1

Tumor volume (mm3)
3]
[o]
(]
<o
]

FIG. 15B

100.0 -y

87.5 - . i
75.0 Lg L

62.5 :
50.0 - | :

37.5- L
25.@'— o “""'g
12.5 P —
N

Percent survival (%)

Days after the start of treatment

e A1 G

————— Compound | 75 mg/kg

- Anti-PD-1

~~~~~~~ Compound 1 75 mg/kg + Anti-PD-1

FIG.15C



WO 2024/030659 PCT/US2023/029563

4000 —

é’g —- Anti-lgG2a

& 3000 ~&— TNG260 75 mpk

Py ~- Anti-PD-1

= el g
5 2000 ~O—- TNG260 75 mpk + Anti-PD-1
= ,

-

g 1 OQG i B

-

55.“

0 —— !
O 20 40 60
Days after the start of treatment
FIG. 15D
4000

&

&

£ 3000 — Anti-lgG2a

@

E 4 FE/S o e TNG260 75 mpk + Anti-PD-1
= 2000~

3]

>

2 1000

s ~~~~~~~~~~~~~~~ N -

Days after the start of treatment

FIG. 15E



WO 2024/030659 PCT/US2023/029563

33/35
3000 — .
- —g—- Anti-lgGZ2b
- ~e~TNG260 75 mpk
£ 2000 - - Anti-CTLA4
g —— TNG260 75 mpk + Anti-CTLA4
=
©
Z 1000
5]
E
-
[ =
0 ,
0 20 40 60
Days after the start of treatment
FiG. 16A
4000 -
&
E
E 3000- — Anti-lgG2b
@
&E 4 g/ S e TNG260 75 mpk + Anti-CTLA4
= 2000~
S
>
g 1000-
- e FERREZSITIIIIY
0-f i — !

Days after the start of treatment

FIG. 168



WO 2024/030659

PCT/US2023/029563

34/35

3000 - .
- —— Anti-lgG2b
¥ -0~ TNG280 75 mpk
§ 2000 - ~— Anti-CTLA4
g —0— TNGZ260 75 mpk + Anti-CTLA4
=
> 1000 - = )
£ T
=
55.“

0 20 40 60
Days after the start of treatment
FiG. 16C
4000 -
&
E
E 3000- ; — Anti-lgG2b
@
- Y/ /// A A A TNG260 75 mpk + Anti-CTLA4
= 2000~
S
> v e
2 1000 e
s : :'-:-:‘:.:5”3:3-'35;5?#533&,5::“‘!‘ummm-:.'
0-F BN — !
0 20 40 60

Days after the start of treatment

FIG. 16D




WO 2024/030659

PCT/US2023/029563
35/35
4000 -
&
&
£ 3000-
w -4
£
= 2000+
5
Y ]
o
2 1000
. ]
() -B= T i i ]
0 5 10 15 20
Days after the start of treatment
-8 Anti-lgG2a
-0~ Anti-PD-1
-0~ Compound | 75 mpk
=& Anti-PD-1 + Compound | 75 mpk FIG. 17A
*EQGG — “.“"”““““"EN)T‘ -
3
§ 8?5“ E E‘ ]
= 75.0- 11 I S
[ ! E f
2 62.5 b -
5 50.0- S
§
E 37.5 H E‘”; H P o e o 4
] : ,
S 250 ey
& 125- ' bl @
0.0 LA B L B B R L
0 5 10 15 20 25 30 35

Days after the start of treatment

- Anti-lgG2a

G- Anti-FPD-1

-—-0--- Compound | 75 mpk

~~& -~ Anti-PD-1 + Compound | 75 mpk

FIG. 178




