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CRISPR screen identifies targets that are selectively AACR Ag%}if«'- mt
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CRISPRomics® database Genome-wide view
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KSQ Knowledgebase: Identification of Cancer-Selective Targets
Database highlights targets with potfential for rapid clinical development
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CRISPRomics® Identifies USP1 as a novel, DDR pathway target AACH AEEr‘if"' ’t
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USP1 is a de-ubiquitinase that regulates DNA damage repair pathways PSS =2
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CRISPRomics® Identifies USP1 as a novel, DDR pathway target ~ 2ACH AEE%’?‘" ’1
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Ovarian and Breast cancer lineages are enriched in USP1 sensitive cells PACY =
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Ovarian/Breast often associated with BRCA1/2MUT
and other defects in Homologous Recombination

6 of 9 Ovarian/Breast lines with USP1 dependency
are HRD+/BRCAmut

Despite activity of PARP inhibitors, HRD+/ BRCAMUT
tumors remain a high unmet clinical need

Cancer Selective Potency Score

Median Le’rhaliiy Score *HRD+ = homologous recombination deficiency
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USP1 regulates a distinct set of DNA Damage response
pathways from PARP inhibitors

>

DNA
Damage
Lesions

Double
Strand
Breaks

> a Wy

N AI‘ kl Kﬁ

Homologous Translesion Intra-strand

Excision  Strand Recombination Synthesis  Crosslink

(HR) Repai
: pair
Repair breaksj % Y, % )
Y Y Y

PARP1 BRCA1/2 USP1

;Q| .....

Rubraca §

Base Single

Lynparza | TAI%TENNAi

oo [tel]
olaparib talazoparib i

i | (rucaparib) 6%

KSQ Therapeutics CONFIDENTIAL and PROPRIETARY Information - Not for Distribution

b Sl £ 2
AACR ANNUAL i{a

American Association L ﬁlf "
fo Cancer Research” 2022 r[eﬂ"s ; x \1

e .«Jﬂ o T




FEOYWRE.
AAC—R ANNUAL ,ta'

............... %gl’&
for Cancer Research’ 565 rleans

DAY W) X

Development of KSQ-4279, a potent, selective USP1 inhibitor

KSQ Therapeutics CONFIDENTIAL and PROPRIETARY Information — Not for Distribution



b\l £ A
AAGR ANNUAL 5 1.
b v

KSQ-4279, a potent, selective USP1 inhibitor remy EE NG
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« KSQ-4279 is a reversible, allosteric inhibitor of USP1 with a Ki =1.2nM
* Both KSQ-4279-bound and unbound USP1 structures solved revealing an induced fit mechanism

KSQ Therapeutics PROPRIETARY Information



&\ ' m/=pap

KSQ-4279 is a potent, allosteric inhibitor of USP1 with excellent AACR Agg}if‘" ?’ft 1, ‘_
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Enzyme kinetics and mode of inhibition
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« Both V. and K, decrease indicating uncompetitive mode of inhibition
« Reversible binding with a slow ks and a t4, = 48 mins
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KSQ-4279 is a potent, allosteric inhibitor of USP1 with excellent AAC'R AggrliAL vfm
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De-ubiquitinase Selectivity Panel
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« DUB family profiling indicates KSQ-4279 is a selective inhibitor of USP1
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KSQ-4279 leads to accumulation of mono-Ub substrates and  AACR Agg}if"- 'I
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anti-proliferative activity correlates with genetic knock-out PR
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What is the mechanism of action of KSQ-42797?
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KSQ-4279 Induces DNA Damage and S/G2-Phase Arrest N\C'R AE%EAL mtl
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UWB1.289 cells (BRCA1MT, p53MT)

pH2AX levels Cell Cycle Analysis

100 =

Day 1 ] Day 2

80 =

Normalized To Mode
Normalized To Mode
Normalized To Mode

50K 100K 150K 200K 250K 50K 100K 150K 200K 250K

»

o

pH2AX Cell cycle ] Cell cycle ]

| DMSO
L KSQ-4279

DMSO
KSQ-4279

KSQ Therapeutics PROPRIETARY Information



&\ \/5pap. -7 °

USP1 reported to be required for replication fork protectionin  AACR AE#"TLA’A'- :'
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BRCA1-deficient tumors D

USP1 Is Required for Replication Fork
Protection in BRCA1-Deficient Tumors

D NA FI ber FO rk PrOte Ctlon Assay Kah Suan Lim," Heng Li,> Emma A. Roberts,’ Emily F. Gaudiano,’ Connor Clairmont,’ Larissa Alina Sambel,’:2
Karthikeyan Ponnienselvan,’ Jessica C. Liu,’ Chunyu Yang,'-? David Kozono,' Kalindi Parmar,’-2 Timur Yusufzai,’
Ning Zheng,** and Alan D. D’Andrea’-%5*

. - Kggigg Molecular Cell, 72, 925-941 (2018)
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Sensitivity to KSQ-4279 correlates with degradation of the AACR AE%%L ftfj
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CRISPR screening reveals pathways that influence sensitivity
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CRISPR screening reveals pathways that influence sensitivity
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CRISPR screening reveals pathways that influence sensitivity
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CRISPR screening reveals pathways that influence sensitivity AACHR Aggrli?'- vtl :
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USP1i and PARPi have synergistic activity across different AACR Aggr‘i“- !‘4 8
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USP1i and PARPi have synergistic activity across different AACR AE%%’A'- ?Y 20
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« Of ~160 cell lines evaluated using USP1i + PARPi combination, strong synergy observed in ~10-15% lines
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What is the in vivo activity of KSQ-4279 as a single agent and in
combination?
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KSQ-4279 dose dependent efficacy correlates with induction of AACR Agg}if"- ?‘1‘* ;
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KSQ-4279 in combination with Olaparib leads to durable tumor AACR AE%%"[N- 92“1~
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KSQ-4279 in combination with Olaparib leads to durable tumor

control in Olaparib-resistant TNBC PDX models
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KSQ-4279 - A First-in-Class USP1 Inhibitor for the Treatment of ~ AACR AE%%’A'- ?Yf‘_
cancers with homologous recombination deficiency T ;..’lfi"i‘f'»-;.

- KSQ CRISPRomics® platform identified USP1 as an atiractive cancer target
« USP1 regulates DNA damage repair pathways distinct from PARP inhibitors

« KSQ-4279 is a potent, selective, allosteric inhibitor of USP1

- Efficacy observed both as a single agent and in combination with PARPi across
multiple BRCA/HRD xenograft models

- CRISPRomics® resistance screens indicate that KSQ-4279 has a complimentary
resistance profile to PARP inhibitors

- KSQ-4279 Phase | trial ongoing
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Are Distinct Resistance Profiles Associated With USP1 vs PARP Inhibitors?
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CRISPR screening highlights different mechanisms of resistance AACR Agg}ﬁ'- 9!‘1 :
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