PCT/US2020/056431

WO 2021/080950

1/37

ad

£—AT-120 |
8-THA-NS |
9-THA-NS |
IH|

opajol |
sy |
¥=THO-NS |
91-THAa-NS |
8y—0Y |
61-X1-100 |

0v6¢

AN TALN
0L=AT-100 |
YA |
L=A1-100 |
¢1010—NSM |
d901 | —SVdivH |
CCY—SVduvA |
0l—THA-NS |
obpip4 |
8aNL |
¢—THA-NS |

<Myc
<BCL2

| <BCL6
< B-Tubulin

FIG. 1A

~Tubulin

0
o
=]
<C
v

< |karos
<7FP91
B

FIG. 1B

uidjold NEyd

DLBCL Cells
FIG. 1C

SUBSTITUTE SHEET (RULE 26)



PCT/US2020/056431

WO 2021/080950

2/37

sisoydody yoxoQ ez
siso}dody juaind-p &
jjoid yoxoq —o—

J|o4d JaIOd— -=-

siso)dody yoxoQ ez
sisojdody juaipd—N =

Jjoid Yoxoq —o—

H03d JUaIDd— = -

(Wr) | punodwo)

¢ Old

0L 1 10 100 1000
= , G o
C
.m 0G 06 3
g Lo &
< @
5 001 % 283 (00l
¥HA-NS
23 | punodwo?
0 0l _o So _oow
e e bt
- u s
3 - "SC 3
C
m 06 06 2
g oL &
< @
5 001 -001

¢eeen

sisoydody yoxo(q ez
sisoydody JuaiDd—N =
jjo1d Yoxoq —o—

Jj01d JudIDd—p -=-

sisojdody yoxo(Q ez
sisojdody jusind—N =
Hloid YoxoQ
Jlo1d WaIDd—pN -=-

——

(W) | punodwo)

0L L 10 100 1000
< i -GT 5q
A C.
i “o [%3
g N [SLE
<C N (7]
32 00} s [ 001
Z1070-NSM

(W) | punodwo)

0l | —o —co —ooo

kv & 7

3 F5C 5e
-

“..m -06 2

g ¢/ &

& &

=R - 001

0141-120

SUBSTITUTE SHEET (RULE 26)



WO 2021/080950

WSU-DLCL2

3/37

CL6

N
o

| IRF4

PCT/US2020/056431

ubulin

YOX0

oN -
p] i
& | [Dyuaiogd-H |
-

v c—Myc

SUBSTITUTE SHEET (RULE 26)

FIG. 3



WO 2021/080950 PCT/US2020/056431
4/37

1000 nM
100 nM

FIG. 4A

]
]
]
]

—v— [Compound 1] 10 nM

[ yn
in]

- S

——— |-I¥d
C6-dil
'Tl_dww Q d;‘ wm 0l
! 'Dl'“gsl;-%/é]mxg
- 0600

|-/
tm Zglggao £-U0l03/97700
o e
s
ETRCR
-90] PajaIdeg i ]ll(
oy g oo Oned

L [ AT

VR 410
0 o3/ )

800
LN/ T00 o s
T

S ugﬂ;ol—u
Lg-1/800 0
L uyaps—3/30900

L 10J90] aNSSI| /74109 00
-l-WVW_‘S 00 uunpoumqujmql/mgg

Lo 1=/

gus
X
_ lEl\_fﬂv 3[8(918 0 3RS~/ 7907

— £-UNDjO3/97100
=dN/T) s

Flonpiagiolg
- JW/610K)

STRMALLE

Won98RS-3/379()
LMD joony anss 7710

r Unpowioquiony]/ 1y 1) -WON90L00

| -doN/7130

w

—
|

—e— [Compound 1] 10000 nM

—=— [Compound 1
—— [Compound 1

sINFa

e

(louod ajoIyaA 0} aAD|al)
onoy-boq

SUBSTITUTE SHEET (RULE 26)



WO 2021/080950

5/37

PCT/US2020/056431

IMphg

MyoF

Col-I

KF3CT

Compound 1] 10000 nM
Compound 1] 1000 nM

Compound 1] 100 nM
Compound 1] 10 nM

— Budp-gs
(35 —=— (-8

P 450-A

8-1/810 ””6;1]0
F U335 -3/37901) )
IOV oudip| -/ 190
|- 70
TS il
[0 |y
1M 003
FEROR i
ey M S
vwoﬂ?gom | 10
uuov s-oydp desnjq
T-dilL
_—HHS
[ ™
il Sommxa
[ gm 1%?10 0l-dl/orn

FIG. 4B

HDF3CGF

¥ ¥ dwul 4N/
[ g4S

——> 1z uonpsayioyy

N
SN ———— i
9IN/6T0K)

- 8-1/810K) /110K
[ | Uabojj09

WD AT

CASM3C

HHS e b=/
[ uoposago dV POy weg
- AS3W

0 4l

F IN/ET0 g%%oxo
b AWdT/800 - iy anssy 74109

- Ujnpowoquioly / m(]g
9010

dow7zm Ll-

BE3C

va1 an
L -Nd
gy 6

81/8 upoiay

- 04dp|-)
o

81800 elwévﬁfoi(/ol 110K
- 01-d/0IT0N0

o 80

(los3uoo 8jdIyaA 0} aAND[al)

ol}py—bo7

SUBSTITUTE SHEET (RULE 26)




WO 2021/080950 PCT/US2020/056431
6/37

SU—DHL2cRen

DMSO 1nM 10nM 100nM Compound 1
04244872 04244872 04244872 04 2448 72hours

¥ZFP91
IRF4

c—Myc
IRF7

IFIT3

Cleaved
Caspase—7

Cleaved
Caspase—3

Cleaved
PARP

f—Tubulin

FIG. 5A

SUBSTITUTE SHEET (RULE 26)



% Aiolos

% lkaros

% ZFP91

WO 2021/080950

7/37

PCT/US2020/056431

—- DMSO —- DMSO
-u- 0.001 nM -a- 0.001 nM
- -+ 001 nM - -+ 001 nM
S 200 v-0.1 nM & 2000+ -v-0.1 nM
3 150 o & 15001 Py
o x o v
2 100 = 2 1000+ ,
2 50 TN s s 50y
5 =
g o g o
0 20 40 60 80 0 20 40 60 80
Time (hr) Time (hr)
— DMSO
— DMSO - 0.001 nM
-u- 0,001 nM 001 nM
—_ -+ 0.01 nM - iy
S 150 1 v 01 nM ., B 2900 "o /rlM
= > 2 2000-
2 100 N 2 o 1500 i
o sll  wT TN 2 o 1000- L
g 0 <5 500{ I
é 0' U é 0 -; = T T -—|
0 20 40 60 80 0 20 40 60 80
Time (hr) Time (hr)
—- DMSO —- DMSO
-u- 0,001 nM - 0,001 nM
. -+ 0.01 nM — -+ 001 M
g 200 v 01nM . QB 15007 v 0.1 M
= =
S 150 B 5 1000 v
2 2 500
£ o SE W
é 0 T —-_—1_ __T— é 0 T T T T 1
0 20 40 60 80 0 20 40 60 80
Time (hr) Time (hr)
FIG. 5B

SUBSTITUTE SHEET (RULE 26)



PCT/US2020/056431

WO 2021/080950

8/37

WU 0001 ——
AU 001 ——
NU Ol ——
N |
AU 1O =
AU 10°0 -o-

AU 0001 —=—
AU 00 ——
AU Ol ——
N | ——
AU 10 =
AU 10°0 -o-

as ‘oOld

SINoH

% L 8 ¥

-/-Ngyo ¢ THA-NS
SINOH
96 ¢L 8y

1Ngyo ¢ THA-NS

Jonpu| pjo4 ¢ 8spdsp) uoionpuy| pjo4 ¢ asodsp)

uol

uingn]—¢ [

ddvd
PaAD3|)

¢—oaspdsp)
PaADa[)

/—aspdsp)
PaAD3|)

SIE|

SINOYZ/ 8y ¥Cv 0 CLBY¥C YO CLSBYVC YO CTLSYVL O

| punodwo) ~— wugo Wuo| Wul OSKQ
OyNguo ¢ THO-NS

SUBSTITUTE SHEET (RULE 26)



PCT/US2020/056431

WO 2021/080950

9/37

d9 ©ld
L1174
uingn -4
UINAING
NIg
¢ aspdsp)
PaADa|)
8GXaa uljnqn),
el | 9104 @
[441 & 16d4Z+
e S0.DY|
okN—2 sojoly -

| punodwo) |
OSK(

| punodwo)

ulingn|—g

divd
PaAD3|)

¢—ospdsp)
PaADI|)

/—aspdsp)

PaAD3|)
8aXada
eldl
AL
ohN-0

AL
| 6d4Zx

S0JDY|

sojoly

NGO ]
SINOY 7/ Grii¥0 LSV V0 CLSH¥CV0 L8 Y0
| punodwod ~ WUQO! WUl Wl 0SNG

80aAL

SUBSTITUTE SHEET (RULE 26)



PCT/US2020/056431
10/37

WO 2021/080950

Q9 Old

ujngn] g
diivd
PaAD3|)
¢—aspdsp?)
PaAD?|)
. /—aspdsp)
do olid PaAD3L)
85Xada
e 1L
ujnqng _
divd usy e -3
PaAD3[) : oN-o
L 8sodso) {77 UGN [ oo | UlINGNL
¢ oﬂo%hw W gcxad 9108 =3
paADd|) | Z
UIAAING 1B 16d4Z 1zd
z108 L3 S0I0) 6ddZs
OMN lzd sojoly sojoly
Mww,. = Mwuu SO.IDY|
(72
8 ° 3 NEYO
2 s SINOY 7L Y 4T V0 ULV IL YO LSHTP0 LSl 0
- — | punodwoy  AuQOl AUO| AUl 0SNG

ZZy—sodipy

SUBSTITUTE SHEET (RULE 26)



WO 2021/080950 PCT/US2020/056431
11/37

DLBCL—Cas9
cells sgNT—1-RFP
sgNT—1-GFP

& & (((c sgNT-2-RFP
€

CSD ll« («. sgNC—1-RFP

sqlKZF1-1-RFP

sqlKZF1-2-RFP

Mix 1:1 sqIKZF3—1-RFP
IKZF3—2-RFP
S .
‘ﬁ)ﬁs sqZFP91—1-RFP
& sqZFP91-3-RFP
Measure RFP /GFP" ratio SQETF1-1
over time
FIG. 7A

SUBSTITUTE SHEET (RULE 26)



WO 2021/080950

Relative RFP+/GFP+ Ratio

Relative RFP+/GFP+ Ratio

Relative RFP+/GFP+ Ratio

(Normalized to sgNT-1)

(Normalized to sgNT-1)

(Normalized to sgNT-1)

125
100

N O
O O O O
] ] ]

125
100

— —
o N
(=

N O
O O O O
] ] ]

wn

o~
o O

N
(8}

12/37

KARPAS-422—Cas9

1
9 12 15 18

(o]
N
(o]

Day
RIVA

| | | |
0 3 6 9 12 15 18
Day

SU-DHL-16—Cas9

L
0 3 6 9 12 15 18

FIG. 7B

PCT/US2020/056431

——sgNT-1
~*-sgNT-2
——sgNC-1
—+— sqlKZF1-1
-4 - 5qlKZF1-2
—=— sqIKZF3-1
-=- 5qIKZF3-2
=+ sqZFP91-1
-+-sgZFP91-3
—*—gsgETF1-1

—o— sgNT-1

- *-sgNT-2
——sgNC-1
—+— sqlKZF1-1
-+ - sqlKZF1-2
—=— sqIKZF3-1
-=-sqlKZF3-2
=v—sqZFP91-1
-+-sgZFP91-3
—>—sgETF1-1

—e— sgNT-1
-*-sgNT-2
——sgNC-1
—*— sglKZF1-1
-4+ - sglKZF1-2
—=—sqlKZF3—1
-=-sqlKZF3-2
—v—sgZFP91-1
-+-sqZFP91-3
—>—sgETF1-1

SUBSTITUTE SHEET (RULE 26)



WO 2021/080950

Relative RFP+/GFP+ Ratio

Relative RFP+/GFP+ Ratio
(Normalized to sgNT-1)

(Normalized to sgNT-1)

13/37

L
0 3 6 9 12 15 1
Day

SU-DHL-4-Cas9

|
8

PCT/US2020/056431

—o— sgNT-1
-*-sgNT-2
——sgNC-1
—— sglKZF1-1
-+-sglKZF1-2
—=— sqlKZF3—1
-#-sqlKZF3-2
—v—sgZFP91-1
-+-sgZFP91-3
—*—sgETF1-1

—+— sgNT-1
-*-sgNT-2
——sgNC—1
—— sglKZF1-1
-+-sglKZF1-2
—=— sglKZF3—1
-=- sqIKZF3-2
—v—sgqZFP91-1
-+-sqZFP91-3
—>—sgETF1-1

FIG. 7B Continued

SUBSTITUTE SHEET (RULE 26)



PCT/US2020/056431

WO 2021/080950

14/37

| punodwio) WuQ'0l ¢-16d4zbs e==m | punodwio) Wup'Ql Z-£4zyibs
| punodwo) Wup'| £-16d4zBs == | punodwioy wug' Z-4zIBs
| punodwo) Wu|'Q ¢-16d4zbs E=m | punodwo) Wul'Q g-g47)Mbs
OSWQ £-16d4zbs Emm

| punodwoy WUO'0 |-16d4ZBS ===a | punodwoy wug'ol |-¢4zyibs ==
| punodwo) Wup'l |-16dizbs =@ | punodwo) Wup'| |-¢4ZMBs = | punodwo) pup
| punodwo) Wul'Q |-16d4zbs E=m | punodwo) Wul'Q |-g4zyIbS ==

0SNG 1-¢42)iibs =

OSNQ |—16d4zbs e=m

Q

ITTTITTTTI T T IT]

L]

1]

B
Il

111
I

| EEEEEEEE NN
|

L1
|

]
I
T

TTT]
{

T T
NN
T
.
1111
I
-
|

Il

o o

—U I T T TTTTTT]

JLL L]
I
e o e
i
-

[ 11

111

1]

— O I A e T T LT LT LT

s INNEEEN

T T

i

1]

e e

—{LII LTI

e o i 1

L LLTTL
)

L 1 O

Lo § o s s e e

¢—16d4zbs

L&

0SNa Z-S47Ibs

0080

| &£

| punodwo) WuQ'0l ¢-14ZxIbs
| punodwo) Wug'l Z-|4Zibs
| punodwo) Wul'Q Z-|4Z)bs

0SNG Z-L42)bs

| punodwio) Wugl |-14ZMbs

I

| punodwo) wuj'g |-|4Z)ibs
OSNQ -1 4Z)IBs

zZza
| 1-14D0bs =z
3
Z32

£

2

|- 16d4zbs

L L L LLLLL L L L

—

e VI GGV I IO IO IIIIIIIIIIA
Y [/ [L [ [ [L [L [ [ [ [ L L [
W LLLLLLLL LI LI LA

—

—\ L /£ /£ /L /L L L L L L L L

L L L [ [ [ [ L Z

p_(
QA N\ S\ \\\S SN\ S\\SNSN 0

LLLLLLLLLL L L L L L L L L L LY 0

L N N N . . U, U, N . Y

._'\
AANNAN NN NN NN NN NN NNNNNNNN

SN NN N N N N N NN

NN AN AN AN ANANANANNNANNNNNNNNNLD {’
AN NN NN N N N N N NN\ N\
OONNANN NN NN NNN AN NN ANANNSNANANNSNANNNNANNNNANNY

—\
T\

—l /7 /7 [/ [F [J L L L [F /L L [ L L [ [Z 4

| —¢47)Ibs Z—-142)bs
6SD)—ZTH—SVdUVH

| -1 4Z)Ibs

v8 Old

| punodwosy Wug'gl L-INBS
| punodwo?) WuQ'} L-INDS &=
| punodwo) Wul'0 L—INDS =

OSNQ |—INDS e

foo@ofoo/mo@ofoo,@ofoo foofoo@@ofoofooﬁofoo foofooﬁofoofoofoo@ofoo foofoo@o@

-0

3 2 g
(OSNQ L—IN 0} paz||ouLioN)

I
o
[oe)

-001

-0¢l

onoy +d49/+d4y eAIDY

SUBSTITUTE SHEET (RULE 26)



SU-DHL-4-Cas9

sqlKZF1-2

WO 2021/080950

sgZFP91-3

sgZFP91-1

sqIKZF3-2

sqlKZF3-1

sqIKZF1-1

L[]
1T

T ) & 11
LT T T

T T T P P T T

— e T e

(et PPt PPt PPl

in i

T/ &/ &/ &/~
I TIIITIITIIIY.

7

| & 4 V_4

B/ B/ B/ /) /) )/ /) /e
VI T TIIIITIIII T IT I I ITIrs.
\ L L L L L Ll Ll LS L Ll Ll
Y & O O 9 99 9 Vv L9 9L 4

V L LLLLLLLLL L L L

4

(= 4
W/ [ [ [ [ L L L L L L L L

= VOO IIIIIIIIIIIIIIIIIIINA

— /Z 7 [Z [ [ [ [ [ L L L L L L

o VT IIIIIIIIIIIIIIIIIIIIIE.

W [ [ [ L L L L L L [ L L L [ 4

LLLLLLLLLL L L L L L L L L L LY

WANN
DN S SN NN NN NN NN AN

QA N\ S\ \\\S SN\ S\\SNSN

AN NN N N NN NN NN\
NANOAANNMNANNNANN NN NNNNNNNY

N NN NN NN N N N NN

AN NANANNANNANANNNNNANNNNNNNN

OO N N N N N NN NN\

OONNANN NN NN NNN AN NN ANANNSNANANNSNANNNNANNNNANNY

R S N S S R S N

sgNT-1

120 -

(OSNQ L—IN 0} paz||ouLioN)
ooy +d49/+d4y onjojey
SUBSTITUTE SHEET (RULE 26)

e=@ sq/FP91-1 DMSO

— sglKZF3-1 DMSO

= sqlKZF1-1 DMSO

PCT/US2020/056431

ezm sqZFP91-1 0.1nM Compound 1
&xx1 sgZFP91-1 1.0nM Compound 1

5= sglKZF3-1 0.1nM Compound 1
&= sglKZF3-1 1.0nM Compound 1
=3 sglKZF3-1 10.0nM Compound 1

ez sglKZF1-1 1.0nM Compound 1
zza sqlKZF1-1 10.0nM Compound 1

= sglKZF1-1 0.1nM Compound 1
& sqlKZF1-2 DMSO

1 sgNT-1 0.1nM Compound 1
== sgNT-1 1.0nM Compound 1

=2 sqZFP91-1 10.0nM Compound 1

= sgNT-1 10.0nM Compound 1

e sqZFPI1-3 DMSO

& sqlKZF3-2 DMSO

e sqZFP91-3 0.1nM Compound 1
e sqZFP91-3 1.0nM Compound 1

=<3 sglKZF3-2 0.1nM Compound 1

22 sglKZF1-2 0.1nM Compound 1

== sgZFP91-3 10.0nM Compound 1

%1 59IKZF3-2 1.0nM Compound 1

S sglkZF3-2 10.0nM Compound 1

zza sqlKZF1-2 1.0nM Compound 1

zza sglKZF1-2 10.0nM Compound 1

FIG. 8B



U-2932—-Cas9

WO 2021/080950 PCT/US2020/056431
16/37

KARPAS-422-Cas9

¢-16ddzbs ' +
|-16dizbs ' +
I-¢4plbs + +
|-¢47yibs 1+ +
T-14Dlbs '+ +
|-14Dibs + +
|=INbs 1 +
|-INBS + 1
¢-16d4z08 + !
|-16d4zbs + !
-¢47yibs + o
|-¢47yibs + ! '
z-ulegw ! i} 5
|- 14Hbs + 1 | ~
|-INDS + 1 i } LL
I =
£eS8EE 3
8 T
£ £33
O
(&)
¢-16ddzbs ' +
¢-16ddzbs ' +
|-16d4zbs ! I-16d4z6s ' +
T-S4Dbs T-¢4DHbs ' +
|-47)s ! |-¢4pbs 1+ +
- 47Hbs ' +
Z-14Dibs ! 14D
|- 14Hbs ! B 1-14pibs 1 +
|-INBs 1 Ql’ |-NBs 1 +
|-INbs + T |—INBS + 1
—
¢-16d4z6s + :lolz e 16dizs + |
|-16d4z6s + Ll |-igage+
T-¢4Dibs + T-¢4Dlbs + 1
|-£4ls + |-gapibs +
0-14Dibs + -lapibs+ 1 l
|=14Dlbs + |- Dlbs +
l—j_NﬁS+ l—J_NBS'F | § §
2o5EgES ATERT B S
SEEUEE 3 225 EEE3
o — 3 S
£ & g L
S (@]
© (&)

SUBSTITUTE SHEET (RULE 26)



WO 2021/080950 PCT/US2020/056431
17/37

DLBCL—Cas9 Cells

sqNT—1-GFP
(9 sgNT—1+sgNT—2-RFP
sqlKZF1-1+sgNT—1-RFP
sqlKZF1-1+sgNT—2-RFP
sqIKZF3-1-+ShNT—1-RFP
. sqlKZF3-1+ShNT-2-RFP
Mix 1:1 sqlKZF1—1+sgIZKF3—1—RFP
sqlKZF1-2+sgIKZF3-2—RFP

+ 4
Measure RFP /GFP ratio
over time

FIG. 10A

SUBSTITUTE SHEET (RULE 26)



WO 2021/080950 PCT/US2020/056431
18/37

KARPAS—422—-Cas9

—— sgNT—1+NT-2

—— 5gIKZF1-1+NT-1
-4~ 5qIKZF1—1+NT—2
= 5qlKZF3-1+NT-1
-#- 5qlKZF3—1+NT-2
—o— sqlKZF1-1+KZF3-1
o sqlKZF1-2+IKZF3-2

Relative RFP'/GFP* Ratio

—— sgNT—1+NT-2
—— sgIKZF1—-1+NT-1
4 5qIKZF1—14+NT-2
B = 5qlKZF3-1+NT-1
el o -m-gglKZF3-1+NT-2

— o sqlKZF1-1+KZF3-1

0 3 6 9 12 15 o ggKzF1-2+IKZF3-2

oNvpPpo@ONE

cCoo0O~—~—

Relative RFP'/GFP* Ratio

—— sgNT—1+NT-2
—— sqIKZF1-1+NT-1
-~ gIKZF1—1+NT-2
—=— 5qIKZF3—1+NT—1
-2 sqIKZF3—1+NT=2
—o— sqIKZF1~1+IKZF3~1
9 1215 o sqKzF1-2+IKZF3-2
Day

Relative RFP'/GFP* Ratio

FIG. 10B

SUBSTITUTE SHEET (RULE 26)



WO 2021/080950 PCT/US2020/056431
19/37

HT—Cas9

—o— SgNT—1+NT-2

—— sqIKZF1—1+NT—1
-+ 5qIKZF1—1+NT-2
= 5gIKZF3-1+NT-1
= 5qlKZF3—1+NT-2
o~ sqlKZF1-1+IKZF3~1
o sqlKZF1-2+IKZF3-2

Relative RFPY/GFP' Ratio

SU-DHL—-4-Cas9

—e— sgNT—1+NT-2

—— sglKZF1-1+NT-1
-4- sgIKZF1-1+NT-2
= sqIKZF3—1+NT-1
-#- sglKZF3—1+NT-2
—° sqlKZF1-1+IKZF3-1
o - sqIKZF1-2+IKZF3-2

Relative RFPY/GFP* Ratio

FIG. 10B Continued

SUBSTITUTE SHEET (RULE 26)



PCT/US2020/056431

WO 2021/080950

20/37

(N7) | punodwo)
701,01 401,_01 ;01 .01, 0l ¢ 0l 40l

| FYTTIR PRI "TTIFEN PYTTNN PYITIEN WTTIEN PYITAIN T T 0.0
-C0
VG0¥I-16d4Z -4 - L 470
VESIO-C40 —m— L 9°0
VISIO-LIDN -~ 80
MN —e— o'l
-0l
¥—THA-NS
(N7) | punodwo)
7200 01 01,01, 01,0l,0.0l,00
-00
-¢0
VG0¥d-16d4Z L0
YeS10-4M 90
VISIO-HDA 20
NN L0l
-C'l

SNTY MDY

ST 3ADIRY

L Ol

(N7) | punodwo)
200,01 401,01, 01, 01,0l.0l,0l

[ FYTPRS TYYRTAPEN TYTYATSN YYTTATSN TTVAVEN "ITICE TITAEN MITHE 0.0
-¢0
YGO¥I-16d4Z -4 - L0
VIGL-CiN —=— L 90
VIGIO-UDN -v- ¥%¥¥§ g
NN —e— m.m.m, < 80
N - e
oA
IH

(N7) | punodwo)
700 0L 401,01 ;01 01,0l c0lg0l

00

-¢0

VG0Y9-16diZ & - 470

VZGI19-¢Dl = 90
VIGL)-14DN -+~ o

MN —e— 80

-0°)

-0l

CCY—SVdIW

STTY QDY

SN oAN3DIRY

SUBSTITUTE SHEET (RULE 26)



WO 2021/080950 PCT/US2020/056431
21/37

=
Q==E°
(72) c o
= v, [ N e ]
OO0 v~ v+— «—
] I
EERE
— 00 — 00
~ ~~
g &
iy = I =
£ 2 T e
= -
I T © &
38 8 B ° 3
OSWQ 0} pazijpuliou SONEd +S0JDNl % ogNg 0} pazipuuou SOHNE] +SOJDN| %
— 00 _ oo
M0
]
]
n 1 ~~
=) i S
- © ] (=]
~—r 1 ©
o M <
- 0 [ L)
S T £
= =
- N
o o o o ! it
2 2 B 3 8 8 ©

OSNQ O} PazibuLiou SONEd +SOIDM % (owq Op PeZIDULIOU SING] +SOIDY| %

SUBSTITUTE SHEET (RULE 26)

FIG. 12



WO 2021/080950

PCT/US2020/056431
22/37

HD 1 HD 2
80000 80000
= 60000 = 60000
E E
. SN
2 40000 £ 40000-
= 20000 = 20000-
0 0
DMSO 0.1 1 10 100 DMSO 0.1 1 10 100
[Compound 1] (nM) [Compound 1] (nM)
HD 3 HD 4 —o— Day 3
80000 80000 —=— Day 4
—&— Day 7
= 60000- —= 60000-
£ £
= = 40000~
= = 20000
0 0
DMSO 0.1 1 10 100 DMSO 0.1 1 10 100
[Compound 1] (nM) [Compound 1] (nM)
FIG. 13

SUBSTITUTE SHEET (RULE 26)



IL-2 Fold Induction

IL-2 Fold Induction

WO 2021/080950 PCT/US2020/056431

23/37

HD 1 HD 2
- ,
(S |
004 = 10000
15 3 15T
10 ~ 104
5- = 5-
(I.'))MSO 0.1 1 10 100 BMSO 01 1 10 100
[Compound 1] (nM) [Compound 1] (nM)
HD 3 HD 4 Doy 3
_ _ —— Da
i g o T
T
5- = A
BMSO 01 1 10 100 DMSO 0.1 1 10 100
[Compound 1] (nM) [Compound 1] (nM)
FIG. 14

SUBSTITUTE SHEET (RULE 26)



WO 2021/080950 PCT/US2020/056431

24/37
PBMCs _T2hrs _ wosh out SBB . Addition of - 96 hrs _ parvest Sups
+100 ng/ml SEB v CiTmu7d|1
FACS Analysis o Cytokine Relecse
Analysis
FIG. 15A
Control (Untreated) +SEB treated
B8.0M r— % —
<I: ] ' <|: |
< 6.0M < 6.0M1
H4,0M 4,0M PD-1
A 2.0M4 A 2.0M7
[75] 1 [75) 1
0- 0'1 '12'1 '14'1 ”IGI: O 0'1 '12 ~ f A
100 10° 100 10 100 10° 100 10
Como—BL1-A :: BL1-A Como—BL1-A :: BL1-A
8.0M 8.0M1
< : < 1
< 6.0M1 A 6.0M7
m i w 1
40M] 4. 0M LAGS
< ] < ]
2 2.0M] 3 2.0M]
0 0 4n? A s\ 0: 0 2 A 6
100 10° 100 10 100 10° 100 10
Como—BL2-A :: BL2-A Como—BL2-A :: BL2-A
FIG. 15B
48 &
+100 ng/ml SEB v +C1mpd /1|
FACS Analyss o Cytokine Relecse
Analysis
FIG. 15C

SUBSTITUTE SHEET (RULE 26)



PCT/US2020/056431

ast oid

25/37

WO 2021/080950

v-C1d - V-{18-0uwo) V=18 - v-C1g-owo) V-719 = Y-718-owo) V-8 - V-{1g-owo)
oc— +o— Nc— 0 0l oc— vo— NOF ooF cc— *c— No— co— oc— vo— Nc— 0 0l
R VR WAV VTR WV TRV TP c e e | olmtns et bttt c 7 = ,_... s c
”lzc.m FHOT . : L0
51l 8 960 b8 e
(c0) £ Choy = | (600) €1 | Lhoy > | (600) eov N
L W09 _m -N0'9 _ﬁ | L0
[ > [ > [
-~ |hos e e | b
g3s + (peypanun) [0Jjuo) g3s + (paypaiun) |043u0)
LGCG J0u0( Ly¢y Jouo(
V=118 = v-11g-owo) V=118 = v-11g-owo) V=118 = v-118-0uwo) v-118 = v-118-owo)
g0l 401 z0L 40l g0L 0L ;0L 0l o0 ;0L 201 40l o0l 401 0L 40l
e O ....................... _..;_.. [ 0 ; smtcbitissbtisa b o . TP T o
N " W0, Fho?
L1 T P 4 8 |
(602) 10 ROy T | (£00) 1ad > WO > o'y
m.zo.o W W -zo.mm . -0’9
. LU : e | s o
g1s + (peypayun) 104309 (paypanun) jonuo)

LGCG Jouo( | ¥€y Jouoq

oN

¥-3SS

©w

V=085

(- =]

SUBSTITUTE SHEET (RULE 26)

« Y-S5

Y-3SS



WO 2021/080950 PCT/US2020/056431
26/37

lkaros

Compound 1 Compound 2
0126.0126(hr)

DMSO
1 nM
10 nM | :
100 nM} s

B—Tubulin | e s w

Aiolos

Compound 1 Compound 2
0126 0126 (h)

DMSQ | ™ o ot e | | st o v

1 M}
10 nM
100 nM | ¥

g—Tubulin|

ZFPI1

Compound 1 Compound 2
00126 0126 (hr)

DMSO
1 nM
10 nM
100 nM

p—Tubulin

FIG. 16

SUBSTITUTE SHEET (RULE 26)



PCT/US2020/056431

WO 2021/080950

27137

(N) uonosuaouo)
G0-21 9021 £0-91 80-°) 60-31 01-3) 1131 7)-2}

L1 Ol

7 punodwo) -¢-

| punodwo) -e- o °
y ¢

I 1 1 I Ll
0O O O O
00 W < N

-001
-0¢1

(W) uonosuaouo)
G0-21 90-91 L0-9) 8021 60-21 01-9) 11-9} 7}-9}

Z punodwo) -¢-

| punodwo) -e- ° e
ulw 09

|01)U0) JO JudUd

|0J3U0) JO JusdIad

(W) uonouusou0)
G0-21 90-9) L0-2} 80-31 60-2} 0131 113} 7}-2|

Z punodwo) -v-
| punodwo) -e-

ulw 06

(W) uonosyuaouo)
G0-21 90-91 £0-9) 8021 60-2 0191 119} T1-9)

T T
o O
(9]

T T
[l e ]
o0 ©

T
(o)
<

001
-0C1

Z punodwo) -¢-
| punodwo) -e- »

-0¢
-0v
09
-08
-001
-0C1

[0JU07) JO U824

|0JU07) JO JU8dI

SUBSTITUTE SHEET (RULE 26)



WO 2021/080950

% Dead Cells

% Dead Cells

100-

N B
o o
1 1

100

N D N (09]
o o o o
L L L 1

N 0]
o o
1 L

28/37

-
Time (days)

FIG. 18A

Time (days)

FIG. 18B

PCT/US2020/056431

—o— DMSO
=01 M )
-1 nM
-+-10 nM
—— 100 nM

> Compound 1

-o- 1000 nM J

Days on treatment

-o— DMSO
o-01 nM )
-1 nM
-¥-10 nM
—— 100 nM

> Compound 1

-o- 1000 nM |

SUBSTITUTE SHEET (RULE 26)

. Days on treatment



WO 2021/080950 PCT/US2020/056431
29/37

.
= -e- DMSO
8 -T- 0.1 M
w'a -1 nM
§ -¥-10 nM % Compound 1
> -+ 100 nM
~ -©- 1000 nM |
S
& 1
25
Time (days)
FIG. 19A
+ 100+
=2
é 80 -e— DMSO
5~ -0- 0.1 nM )
3 601 1 oM
< 401 -¥-10 nM % Compound 1
< —— 100 nM
8 20 -0- 1000 nM |
® 0 . Days on treatment
0 25

Time (days)

FIG. 19B

SUBSTITUTE SHEET (RULE 26)



WO 2021/080950 PCT/US2020/056431
30/37

s
— 80-
é -o- DMSO
. -®- 0.1 nM
é A 1M }Compound 1
> -¥-10 nM
2 — 50% stage IV DMSO
& 0 T r T |
0 2 4 6 8

Time (days)

FIG. 20A
X 80-
= “o- DMSO
L 80 = 0.1 nM
"é 40 -1 nM }Compound 1
8 ¢ -¥-10 nM
;',; 205 — 50% stage IV DMSO
8 0 T T T T 1
¥ 0 2 4 6 8

Time (days)
FIG. 20B

SUBSTITUTE SHEET (RULE 26)



WO 2021/080950 PCT/US2020/056431
31/37

—_ Day 3 = Day 5
S 150 g 2 150 g
= a
“ ‘s
; 100 s 100
5 50- S 50-
= 2
£ =
; O_W'mmmmm (723 0——""""1—""""'1—'"'"@*"'""'7—""""'!—'"'""%
g DMSO 0.1 1 101001000 10000 g DMSO 01 1 10100 1000 10000
= Compound 1 (nM) = Compound 1 (nM)
=}
— (2]
a ‘s
- 100\*. Y
L =
= g
= =
= @
; () e rrr———rr—————————" g () e —rr————————
g OMSO 011 101001000 10000 = DMSO 01 1 10 100 1000 10000
= Compound (nM) Compound (nM)
5 g
= 150 Day 14 S 150 Day 17
“s ‘S
22 100 100
5 8
b= _ S .
EtE: o0 2 30
g 0 T T T T T T g O T T T T T T
£ DMSO 0.1 1 10 100 1000 10000 = DMSO 0.1 1 10 100 1000 10000
Compound 1 (nM) Compound 1 (nM)
=}
— (72}
S Y1 2 150- Day 21
- i/-——-l/.§'\' S
5 100 B 04— et
® c
= 2
S 50- 2 50-
s =
<=
= 0 T T T T T T ‘é 0 T T T T T T
g DMSO 0.1 1 10 100 1000 10000 = DMSO 0.1 1 10 100 1000 10000
= Compound 1 (nM) Compound 1 (nM)
FIG. 21

SUBSTITUTE SHEET (RULE 26)



WO 2021/080950 PCT/US2020/056431

150

100

0_"""'"'|_""'""'|_""'"'1_"""""|_"""’"'|_"""'|

DMSO 0.1

lkaros Inhibition (% of DMSO)
S
|

150

100

O_H“"'I_F""W_F'“"ﬂ_""""mﬂ_m“'l

DMSO 0.1

lkaros Inhibition (% of DMSO)
S
|

Compound 1 (nM)

32/37

Day 10 Day 12

() e,

DMSO 01 1 10 100 1000 10000
Compound 1 (nM)

110 100 1000 10000

lkaros Inhibition (% of DMSO)
g 8
K

—

w

o
]

Day 14 Day 17

w
o
|

()~

MO 01 110 100 1000 10000

Ikaros Inhibition (% of DMSO)
S
o

110 100 1000 10000
Compound (nM) Compound (nM)

g 2
2 150- = 150-
s Day 19 ‘S Day 21
32 100 100
S :§ *_—'\.\./'
2 50- £ 50
g 0 T T T T T T § 0 T T T T T T
£ DMSO 01 1 10 100 1000 10000 = DMSO 01 1 10 100 1000 10000

Compound 1 (nM) Compound 1 (nM)

FIG. 22

SUBSTITUTE SHEET (RULE 26)



WO 2021/080950
33/37

% Stage IV Cells

- 150

o
o

(osw(] jo %) uiejoid soupy|

- 30

4 6 8 10 12 14 16 18 20
Time (days)

FIG.

PCT/US2020/056431

*-DMSO
0.1 nM
=1 nM
-4-10 nM
<100 nM

-+1000 nM

Compound 1

Days on treatment

23

SUBSTITUTE SHEET (RULE 26)



PCT/US2020/056431

WO 2021/080950

34/37

7

KRN
L %
v

%

S21W03)01d

uonojnpow Apmyyod

§)09)49
[puondudsuniy Ja)o|

NiL J930)

uonojnpow uisjoid JAYD|
puUD %JOM}3U Idd
~ sjoayo [puonduosunsy
Juanbasqns

S}09)j0 soIWoa)oud JalDd
pUD IOM3U Idd

uonojnpow uisjoud

vADMY}D4

| Aomyyod

ma
2

omyod []

auag []

J0yoo} uonduosuos) >

ujold O

apou Awyjjixny ]

SUBSTITUTE SHEET (RULE 26)



PCT/US2020/056431

WO 2021/080950

35/37

PR

STOM

%

7

LR P R e R SRR

PR

R
o

Ve e e W e




PCT/US2020/056431

WO 2021/080950

36/37

d9¢ Old

(sinoy) jutodawi) juswiypal)

8Y e cl
VAR _

. - O

- N

-

01=THO-NS e - o
C1010-NSM @ JuUD}SISSY e
9)DIpawWLIdy| o

- Ha-NS @ OMpSUSS o ™

¢10

(oSWa/ 1 punodwo))zbo

V9¢ ©Oid

(sinoy) jutodow) juewypall

8y 144 4
JuD)SISaY o
3)DIpaWLIa)Y| o R
SMI)ISUSS e
I i
£=-A1-120
- N

veell

(0SWa/ L punodwo))zboj

SUBSTITUTE SHEET (RULE 26)



PCT/US2020/056431

WO 2021/080950

37137

VRO s
U
ALY

o 1794NZ

0Cl-LY-3_18

RIVA_18

DB_18

Pfeiffer_18
SU-DHL-4_18

U-2932_18

WSU-DLCL2_18

KARPAS-422_18

SU-DHL-10_18

SU-DHL-2_18

10CI-LY-3_06

TMD8_18

DB_06

RIVA_06
Pfeiffe
{SU

r_06

-4_06
06

DHL
2932

U-

DHL-10_06

DHL-2_06

DLCL2_06

_06

KARPAS-422_06

WSU
™MD8

NV
NV

(45N §
JE I\ e

_____

09¢ OlId

(sanoy)

iodaw| juswipal|

COy—-SYdUY) ©
01-THA-NS ©

¢—THA-NS €

C1910—-NSM

JUD)SIS9Y
3)DIpaWLId)U| o
OA)ISUSS e

| VNS

»

(0SWa/ | punodwiog)zboj
SUBSTITUTE SHEET (RULE 26)



