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Abstract 1. Macrocyclic ATR inhibitors show high potency and selectivity in in vitro kinase assays
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: N OI; ATR using in vitro kinase assays. ATR inhibition was evaluated using
that the combination of ATR inhibition with yet-to-be-identified off- - \L \/ the Eurofins ATR /ATRIP Human PIKK Kinase Enzymatic ELISA/ EIA
targets, including lipid kinases, may contribute to the narrow O R [Km ATP] KinaseProfiler LeadHunter Assay. Varying concentrations of

therapeutic value. One means to limit off-targeting and increase each compound was incubated with the reaction mixture for 40

drug potency is to utilize macrocyclic small molecules, which B. . ATRN-119 APR-355 APR-356 APR-353 APR-354 g'nmes. beforfe Ién:;surlmg t?e xgﬁsffgce d3|gna_l. N::FJng' (€)
typically assume fewer structqrally distinct conformations than e\i 100+ 100+ . 1001 « 1001 +—=2 100+ ; ar?;?f;;?:m?ed from\tﬁeu;svit% kinase- assilns fo\?a,z;);sperfor;sggeii
equally complex non-macrocyclic compounds. Here we describe s, 75 75- 757 757 75- (B). (D) Comparison of the inhibitory activity of ATRN-119 and APR-
the first macrocyclic ATRi to have entered clinical trials, ATRN- E 50- 18.5 nM 50- 9.91 nM 50+ 3.54 nM 50+ 2.77 nM 50- 7.62 nM series analogs for ATR compared to ATM, DNA-PK, and mTOR. IC50
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2. Western blot and flow cytometry data confirm high potency across several cancer cell lines
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(A) Western blots showing phospho-CHK1 levels as a marker of ATR inhibition in OVCAR3 cells following treatment with ATRN-119. (B) Western blots showing phospho-CHK1 levels as a marker % Accumulation 8 100 - APR-354. 28nM
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3. Western blot data confirm high selectivity of ATRN-119 for ATR inhibition over other PIKKs
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5. 119/354 sensitize to DNA damaging agents

6. ATRN-119 synergizes with PARPi in BRCA2Mt OvCa
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(A&B) MTT assays in HCT116 (WT) and OVCARS cells treated with ATRN-119 (A) or APR-354 (B) for 7 days. N=5+SEM. (A-C) MTT assays in HCT116 (p53null) cells treated with ATRN-119 or APR-354
(C) Tumor volumes of implanted HCT116 (KRAS mutant, p53null) flank tumors treated with vehicle control or ATRN-119 (100 mg/kg) in combination with etoposide (A), topotecan (B), or oxaliplatin (C) for 7 days.
administered orally once daily. N=16+SEM. (E) Tumor volumes of implanted CAPAN1 (BRCA2-mutant) flank tumors treated with vehicle N=5+SEM. (D) Bar grapphs disp()la)yingpICSOS ogc 'A)\TRN_llgpor Ap(R_)354 fromysing|e AC k n OWI ed g emen tS
control or ATRN-119 (100 mg/kg), administered orally twice daily. N=6+SEM. (G) Tumor volumes of implanted 22Rv1 flank tumors treated agent and combination treatments in A-C. Combination IC50s were normalized to
with vehicle control or ATRN-119 (100mg/kg) administered orally once daily, 6 days/week for up to 60 days. N=6xSEM. (D, F, H) Average the single agent chemotherapy effect. N=5:SEM. *P<0.0001. Supported by SBIR 1R44CA278078. E.J.B. is a scientific consultant for and holds equity in Aprea
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