PARPi screening cascade to facilitate novel drug discovery
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The PARP (Poly(ADP-ribose) polymerase) family consists of enzymes vital for Biophysical assays contribute significantly to DDR-related drug discovery by providing critical information about : 5: j: Y ..
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malfunction, these enzymes can contribute to various diseases, including cancer, as Surface Plasmon Resonance (SPR) to help in understanding the binding mechanisms, assessing the affinity Olaparib, M ' Olaparib, nM
g = . . . . g . . HCT116 BRCA1 KO HCT116 WT DLD1 WT | DLD1 BRCA2 KO
neurodegenerative disorders, and inflammatory conditions. PARP inhibitors and specificity of interactions, and elucidating the structural and stability changes in PARP proteins upon [C50 [ 71.70 1226
- : o . , Merge w/ DAPI
. . . Cell Proliferation A - MDA-MB-468 Ol bR Clonogenic Assay
(PARPI), which target these enzymes, have shown promise as treatments for compound binding (Figure 1). 7 rioterelon fssay par ]
1.26- ~ MDA-MB-468 : e A2780 FANCD2 KO
- . c . indj ' ' : % 1-1bindi ' . -+ MDA-MB-468/Olaparib R .
certain cancers, particularly those with DNA repair pathway defects such as ] 100 : G AZT80INT

Proliferation, %DMSO

Prolif

2 "
e M 12 3 £ 5 i
_ 180 — PARP1 CD vs. AZD5305 L S
BRCA-mutated cancer. Here, we have developed and validated PARP-related 100 — o ka = 2.02€+05 (1/Ms) 2 0.50- g 1 DLD1 BRCAZ KO HCT116
" St kd = 6.71e-05 (1/s) 5 g '
- g ; : i : 6 iotin- = - Sy © - - - o - - : : : : S
biochemical assays, cell-based assays, drug resistant cell line construction, and in —aay . :ﬁz (0= 3:32e10M £ ool 0 == Figure 5. yH2AX detection upon X-ray radiation showed an increase in yH2AX with increasing X-ray irradiation
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To evaluate the in vivo efficacy of PARPI compounds, we have inoculated wild-type, drug-sensitive, and drug-
resistant tumor cells into mice and validated the compound efficacy. (Figure 6)
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Figure 1. Utilizing the PARP proteins purified in house, ICE Bioscience has validated the binding selectivity of o — =
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AZD5305 for PARP1 in the SPR assay.

M ETH O DS ICE Bioscience has also developed PARP related biochemical assays which includes PARP trapping HTRF

assay, fluorescence polarization (FP) assay, and chemiluminescent assay, to assess the potency of PARP
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Invivo efficacy study: Mice were subcutaneously injected with tumor cells. resistant cell lines (Table 1). In addition, we provide multiple methods to evaluate the cell viability upon PARPI PRI e we have successilllly ceveloped and valicated various PARP related assays, which covers biochemical,
When tumor had reached desired volume, the mice were randomly assigned into compound treatment. These methods include Cell-Titer Glo assay, colony formation assay (CFA). We also have cell-based, and in vivo models. Together with in-house generated PARP KO and PARPI resistant cell
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Table 1. List of PARPi sensitive and resistant cell lines.
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