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Use of ATR-PARP inhibitor combination therapy to treat and generate an
immune response in PARP inhibitor resistant breast cancer is questioned
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Introduction Results cont.
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needed in clinical settings. Currently, combination therapies of )
20 Moo PARPI, ATR inhibitors (ATRIi), and PD-1/PD-L1 inhibitors are being
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gt St e ATRi be used to re-sensitize PARPi resistant tumors? 1 = o | proroh concemirations of A\TRi and
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{ Nesoumab } VLAY, et - This creates cytosolic DNA fragments that triggers the cGAS-STING | § ™ } | J pathway CXCL 10, CCL5, IFND
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b o T-cell chemotaxis and antitumor effects? (Fig. 1). The second key &S gjt:‘a‘)c‘:;z?Qrsg{ﬁegg':;eaﬁ"gs'\“?l\‘/’l"ea:n +5D)
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Fiqure1  9enerating an immune response? Conclusion

In this experiment, we observed ATRI at high concentrations
displayed a DNA damage response, likely through alternative
phosphorylation signaling pathways (Fig 2 B).

Methodology |

Cell culturing and treatment

* 4T-1 mouse cells [Wild Type (WT) or
4 uM Olaparib resistant cells
(Resistant)], which closely mimic
human Stage |V breast cancer cells,
are cultured and transferred onto
six-well plates

* QOur data showed that ATRi and ATRI-PARPI can induce Type 1 INF
response in WT cells but not in PARPI resistant cells (Fig 2 A, Fig 4).
ATRI-PARPI synergistically induces cell death in WT cells but does

not synergistically promote the activation of Type 1 INF response in
WT cells (Fig 3, Fig 4).

Identify presence of ATR pathway proteins
Use Western Blot to bind rabbit p-CHK1, rabbit p-RPA32/RPA32,
and mouse B-actin antibodies to the membrane o

Western Blotting

Detect level of gene
.  expression (CXCL10, CCL5,
| IFNDb, Actin)

ATRIi/ATRi + Olaparib
4T-1 Cells 24 hour exposure

(WT/4 uM resistant)

RNA
e transfer extraction 7

cDNA
synthesis

. 24-hour exposure to either. S S e " After RNA extraction and cDNA Dis lon and Future Direction
« ATRI treatment: ATRI — | v . er extraction and ¢ | | I I
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uM RN %:ff%’q:-g Determine cell death/density ::“heaisuere(;hees‘e’eggree::gn » These experiments were conducted in a 4T-1 breast cancer mouse
- = . & B=0( ) . : . . . . .
. ATRII-PARPI treatment: %%E Stain nuclei of treated cells with 9e oty P cell line. To confirm these observations, additional cell lines, cancer
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* We speculate the generation of DNA fragments from the damaged
genome in the ATRI-PARPI combination or in the resistant line is not
as efficient as the ATRi alone or in WT cells, leading to differential
effects in Type 1 interferon induction. To gain mechanistic

Results

A) B) | AP S oI A) ‘o B) IFNb understanding, the effect of ATRi and ATRIi-PARPi on DNA damage
} =oun p-CHKT _ m: =ou signaling and cytosolic DNA accumulation should be examined using
%o 5 . = 2uM Western blot and Picogreen. This may explain the differential effects in
RPA32 5 f o =5uM WT and resistant cell lines, as well as the differential effects in ATRIi
< § > : and ATRI-PARPI treatment.
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& * . O WTATRL T ATRI PARE be analyzed to explain p-CHK1 and p-RPA32 in the presence of ATRI
Actm‘E E it or ATRI-PARPI.
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