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Targeting DNA-PK overcomes acquired resistance to
third-generation EGFR-TKI osimertinib in non-small-cell
lung cancer
Xing-mei Liang1,2, Qiong Qin1,2, Bo-ning Liu1, Xiao-qing Li1,3, Li-li Zeng1,2, Jing Wang1, Ling-ping Kong1,2, Dian-sheng Zhong1,2 and
Lin-lin Sun1

The third-generation of epidermal growth factor receptor (EGFR) tyrosine kinase inhibitors (TKIs), represented by osimertinib, has
achieved remarkable clinical outcomes in the treatment of non-small-cell lung cancer (NSCLC) with EGFR mutation. However,
resistance eventually emerges in most patients and the underlying molecular mechanisms remain to be fully understood. In this
study, we generated an osimertinib-acquired resistant lung cancer model from a NSCLC cell line H1975 harboring EGFR L858R and
T790M mutations. We found that the capacity of DNA damage repair was compromised in the osimertinib resistant cells, evidenced
by increased levels of γH2AX and higher intensity of the comet tail after withdrawal from cisplatin. Pharmacological inhibiting the
activity or genetic knockdown the expression of DNA-PK, a key kinase in DNA damage response (DDR), sensitized the resistant cells
to osimertinib. Combination of osimertinib with the DNA-PK inhibitor, PI-103, or NU7441, synergistically suppressed the
proliferation of the resistant cells. Mechanistically, we revealed that DNA-PK inhibitor in combination with osimertinib resulted in
prolonged DNA damage and cell cycle arrest. These findings shed new light on the mechanisms of osimertinib resistance in the
aspect of DNA repair, and provide a rationale for targeting DNA-PK as a therapeutic strategy to overcome osimertinib-acquired
resistance in NSCLC.
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INTRODUCTION
Epidermal growth factor receptor (EGFR) is one of the most
important driver oncogenes in non-small-cell lung cancer (NSCLC).
Over the past decades, EGFR tyrosine kinase inhibitors (EGFR-TKIs),
including gefitinib [1–3], erlotinib [4–6], and afatinib [7, 8], have
been used as the standard first-line therapies for patients with
EGFR mutation (especially exon 19 deletion or exon 21 L858R).
Although these first-and second-generation EGFR-TKIs show
better efficacy than standard platinum-based chemotherapy,
unfortunately, acquired resistance eventually occurs in most
patients after treatment for 9–13 months. One of the most
dominant resistance mechanisms involves a secondary mutation
in EGFR, T790M, which is found in ~50% of EGFR-mutant cases
[9–11]. In order to overcome this resistance, the third-generation
EGFR-TKI osimertinib was developed to selectively inhibit EGFR
T790M as well as the sensitizing mutations. Importantly, osimerti-
nib demonstrates better median progression-free survival and
overall survival benefits than other EGFR-TKIs and exhibits
remarkable activity in the central nervous system [12, 13].
However, resistance to osimertinib is still inevitable. To date,
multiple mechanisms of resistance to osimertinib have been
identified, such as EGFR amplification, C797S mutation, T790M

loss, MET amplification, HER2 amplification, alternative kinase
activation, and histological transformation. However, additional
mechanisms underlying resistance remain to be fully understood,
and novel therapeutic strategies are needed to overcome the
resistance.
One of the hallmarks of cancer is genomic instability. DNA

damage response (DDR) pathways can sense DNA lesions, initiate
signaling and promote repair of damaged DNA. The key proximal
DDR signaling components are ataxia-telangiectasia mutated
(ATM), ataxia telangiectasia and Rad3-related protein (ATR), and
DNA-dependent protein kinase (DNA-PK) [14–16]. ATM-mediated
homologous recombination repair (HR) and DNA-PK-mediated
nonhomologous end joining (NHEJ) are the two dominant repair
pathways for DNA double-strand breaks (DSBs), one of the most
deleterious forms of DNA lesions [17]. HR results in high-fidelity
repair, while NHEJ is an intrinsically error-prone pathway. In NHEJ,
DSBs are recognized by the Ku protein, which binds and activates
DNA-PK, leading to recruitment and activation of DNA repair
proteins. As a member of the phosphoinositide 3 lipid kinase
(PI3K)-related protein kinase (PIKK) family, DNA-PK has become a
potential therapeutic target for cancer therapy. DNA-PK deficiency
sensitizes cancer cells to radiotherapy, chemotherapy, and other
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DSB-inducing agents [18, 19]. However, whether DNA-PK inhibi-
tion will benefit molecular targeted therapy in lung cancer is
unclear.
Accumulating data suggest that EGFR plays an important role in

DNA repair [20–22]. EGFR has been shown to translocate to the
nucleus to interact with DNA repair proteins and regulate DNA
damage repair following chemotherapy, radiotherapy or gefitinib
treatment [19, 20, 23]. The activity of EGFR is associated with
resistance to radiotherapy and chemotherapy. In addition,
blockade of EGFR with anti-EGFR antibodies can enhance the
sensitivity to radiation therapy [24, 25]. However, it remains
unknown whether DNA repair pathways are involved in EGFR-TKI
resistance.
In this study, we established an osimertinib-acquired resistant

lung cancer model that harbors EGFR L858R and T790M
mutations. Interestingly, we found that DNA repair was compro-
mised in osimertinib-resistant cells. Inhibition of the activity or
expression of DNA-PK, a key kinase mediating NHEJ repair,
enhanced the sensitivity of the cells to osimertinib. These findings
reveal a novel molecular mechanism of osimertinib resistance in
the aspect of DNA repair and provide a rationale for combination
of DNA-PK inhibitors as a therapeutic strategy to overcome
acquired osimertinib resistance in NSCLC.

MATERIALS AND METHODS
Cell lines, compounds, and antibodies
The NCI-H1975 human lung adenocarcinoma cell line was
obtained from the American Type Culture Collection (ATCC,
Manassas, VA, USA). The osimertinib-resistant H1975 cell line
(denoted as H1975-OR) was established by our laboratory. The
cells were cultured in RPMI-1640 medium (Thermo Fisher
Scientific, Waltham, MA, USA) supplemented with 10% fetal
bovine serum (Thermo Fisher Scientific) at 37 °C in a humidified
atmosphere with 5% CO2. Osimertinib, NU7441, PI-103, VE-822,
KU60019, and cisplatin were obtained from Selleck (Houston, TX,
USA). LipofectamineTM 3000 was obtained from Life Technologies
(Carlsbad, CA, USA). The PE-Annexin V Apoptosis Detection Kit I
was obtained from BD Biosciences (San Jose, CA, USA). The comet
assay reagent kit (Catalog # 4250–050-K) was obtained from
Trevigen (Gaithersburg, MD, USA). EGFR, p-EGFR (Tyr1068), γH2AX,
DNA-PKcs, β-actin, and p-DNA-PKcs (S2056) antibodies were
purchased from Cell Signaling Technology (Cambridge, MA, USA).

Generation of cells with acquired osimertinib resistance
The H1975 cell line harboring EGFR L858R and T790M mutations
was treated with increasing doses of osimertinib ranging from
30 nM to 1.5 μM over a period of 22 weeks and then maintained
with 1.5 μM osimertinib over 3 months. The H1975 osimertinib-
resistant cell line is denoted as H1975-OR, and the parental H1975
cell line, which was sensitive to osimertinib, is denoted as H1975-S.

Cell proliferation assay
Cell viability was determined by Cell Counting Kit-8 (CCK8) assay
(Bimake.cn, Shanghai, China). Cells (4 × 103 cells/100 μL/well) were
seeded in 96-well plates and then subjected to drug treatments
for 72 h. After drug exposure, 10 µL of CCK8 reagent was added to
each well, and the cells were cultivated at 37 °C for 2 h with 5%
CO2. The absorbance at 450 nm was measured with a microplate
reader (Beckman Coulter, Brea, CA, USA). The half-maximal
inhibitory concentration (IC50) values were calculated using
GraphPad Prism. The combination index (CI) for drug interaction
was analyzed with Calcusyn software.

Crystal violet staining
Cells were seeded in a 24-well plate and incubated for 18–24 h to
enable adhesion to wells. The cells were then subjected to drug
treatment for 48 h. After that, the cells were fixed with cold

methanol (500 μL/well) at −20 °C for 0.5 h, stained with 0.5%
crystal violet staining solution (500 μL/well) at room temperature
for 30 min, and then washed three times with deionized water.

Flow cytometry analysis of apoptosis and cell cycle progression
A PE-Annexin V/7-AAD Apoptosis Detection Kit was used to evaluate
apoptosis and the cell cycle. Briefly, for apoptosis analysis, cells were
treated with drugs for 48 h and then collected and stained with PE-
Annexin V and 7-AAD for 15min in the dark. The cells were analyzed
by flow cytometry (BD Biosciences) within 1 h. The data were
analyzed with FlowJo software. For cell cycle analysis, cells were
fixed in 75% cold ethanol in the dark for 24 h, resuspended in stain
buffer and stained with 7-AAD at room temperature for 15min in
the dark. Analysis was performed on a flow cytometer within 1 h.
The data were analyzed with ModFit software.

Generation of DNA-PK-knockdown cells by lentiviral infection
The DNA-PK shRNA sequences were as follows: shDNA-PK#1,
ccGGTAAAGATCCTAATTCTA; shDNA-PK#2, gcAGCCTTATTACAAA-
GACAT; and shDNA-PK#3, ccAGTGAAAGTCTGAATCATT. To gener-
ate stable DNA-PK-knockdown cells, 293T cells were cotransfected
with DNA-PK shRNA-expressing constructs (4 μg), pCMV-dR8.2 (3
μg), and pCMV-VSVG (1 μg) helper constructs using Lipofectamine
3000 reagent (Life Technologies). Viral stocks were harvested from
the culture medium after 2 days and then filtered to remove
nonadherent 293T cells. To select cells that stably expressed DNA-
PK shRNA, cells were plated at subconfluent densities and infected
with a cocktail of 1 mL of virus-containing medium, 1 mL of
regular medium, and 8 μg/mL polybrene and then selected in 1
μg/mL puromycin (Invitrogen, San Diego, CA, USA) 48 h after
lentivirus infection.

Alkaline comet assay
Analkaline comet assay was performed using a comet assay
reagent kit according to the manufacturer’s instructions. Briefly,
after drug treatment, cells were collected, mixed gently with LM
agarose, and added onto comet slides. The slides were then
placed at 4 °C in the dark for 10min and immersed in lysis solution
for 1 h at 4 °C. After that, the slides were immersed in freshly
prepared alkaline unwinding solution for 20min at room
temperature and subsequently electrophoresed under alkaline
conditions. The slides were then fixed with 70% ethanol, stained
with SYBR Gold staining solution, and visualized with a
fluorescence microscope.

Immunofluorescence microscopy
Cells were fixed in ice-cold 100% methanol for 20min at −20 °C
and blocked with 5% BSA for 1 h. The cells were then incubated
with primary antibodies overnight at 4 °C, washed with PBS, and
further incubated with a fluorochrome-conjugated secondary
antibody for 1 h at room temperature in the dark. The nuclei were
stained with 4′,6-diamidino-2-phenylindole (DAPI) contained in
the mounting reagent. Fluorescence images were captured using
an Olympus microscope.

Western blotting analysis
Cells were collected and lysed on ice in RIPA lysis buffer
supplemented with a protease inhibitor cocktail (MedChemEx-
press, Shanghai, China). The samples were centrifuged at 15,000 r/
min for 15 min at 4 °C. Protein aliquots of 25 μg were loaded for
SDS-polyacrylamide gel electrophoresis, transferred to a PVDF
membrane (Bio-Rad, Hercules, CA, USA), and then blocked with
5% nonfat milk at room temperature for 1 h. The membrane was
then incubated with primary antibodies at 4 °C overnight and then
with an HRP-conjugated species-specific secondary antibody
(ZSGB-BIO, Beijing, China) at room temperature for 1 h. The
immunoreactive bands were visualized using Immobilon Western
HRP Substrate (Millipore, Billerica, MA, USA).
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Statistical analysis
Statistical analyses were performed using GraphPad Prism soft-
ware. All data are presented as the mean ± standard deviation
(SD). Unpaired two-tailed t tests were used for comparisons
between two groups. P < 0.05 was considered to indicate
statistical significance.

RESULTS
Generation and characterization of a lung cancer model with
acquired osimertinib resistance
To generate a lung cancer model with acquired osimertinib
resistance, we treated the NCI-H1975 NSCLC cell line, which
harbors EGFR L858R and T790M mutations and is sensitive to
osimertinib, with increasing doses of osimertinib for a few weeks,
as indicated in Fig. 1a. Next, we determined the IC50 by CCK8
assay. As shown in Fig. 1b, the IC50 for H1975-OR cells was
8.42 μM, which was much higher than that for the parental H1975-
S cells (0.17 μM). To further validate our results, we evaluated
apoptosis by PE-Annexin V/7-AAD staining followed by flow
cytometry. Osimertinib induced lower proportions of apoptotic
cells among H1975-OR cells than among parental cells (Fig. 1c).
Similarly, the crystal violet staining results demonstrated that
osimertinib inhibited cell growth less significantly in H1975-OR
cells than in H1975-S cells (Fig. 1d). The above results showed that
the sensitivity of H1975-OR cells to osimertinib was greatly
decreased, indicating that the acquired osimertinib resistance
model was successfully established.

DNA damage repair is deficient in osimertinib-resistant cells
To investigate the molecular mechanisms underlying osimertinib
resistance, we performed exome sequencing analysis in the
resistant cell line but did not find any additional mutations in EGFR
or other mutations known to be associated with resistance to
EGFR-TKIs (data not shown). Given the essential role of EGFR in

DNA damage repair, we therefore asked whether the DNA
damage repair capacity was altered in EGFR-TKI-resistant cells,
which is supposed to exhibit reduced EGFR activity upon
prolonged treatment with osimertinib. To answer this question,
we used cisplatin, a DNA-damaging chemotherapy drug, to treat
the cells for the indicated time and at the indicated dose, and
evaluated the levels of γH2AX, which is a well-established marker
for DNA damage. As shown in Fig. 2a, b, compared with H1975-S
cells, H1975-OR cells exhibited significantly higher levels of γH2AX
in response to DNA damage induced by cisplatin, suggesting that
DNA damage was enhanced in H1975-OR cells. Next, to
investigate whether this phenomenon resulted from the alteration
of DNA repair capacity, we evaluated the extent of DNA damage
by comet assay after the cells recovered from the cisplatin
treatment. As shown in Fig. 2c, after 24 h of withdrawal from
cisplatin, a high comet tail intensity was still observed in H1975-
OR cells but not in H1975-S cells, indicating more extensive DNA
breaks and delayed DNA damage repair in H1975-OR cells
compared with H1975-S cells. Thus, these results demonstrate
that the DNA damage repair capacity is deficient in osimertinib-
resistant cells.

Inhibition of DNA-PK activity or expression sensitizes resistant cells
to osimertinib
Based on the concept of “synthetic lethality”, we speculated that
the vulnerability of osimertinib-resistant cells to DNA damage
repair may provide potential opportunities for the use of
appropriate DDR inhibitors. Next, we sought to identify which
DNA repair pathways could be targeted to sensitize the resistant
cells to osimertinib. We found that neither an ATM inhibitor
(KU60019) nor an ATR inhibitor (VE-822) had an obvious effect on
the response to osimertinib in H1975-OR cells (Supplementary
Fig. 1a, b), suggesting that the ATM and ATR pathways may be
dispensable for DNA repair in osimertinib-resistant cells. In
contrast, we found that a combination of osimertinib and PI-

Fig. 1 Generation and characterization of a lung cancer model with acquired osimertinib resistance. a Schematic diagram of the
generation of an H1975 cell line with acquired osimertinib resistance via continuous treatment with gradually increasing doses of osimertinib
from 30 nM to 1.5 μM for 22 weeks. b Evaluation of cell proliferation by CCK8 assay in the H1975 parental cell line (H1975-S) and the cell line
with acquired osimertinib resistance (H1975-OR) after treatment with osimertinib at the indicated dose for 72 h. The IC50 for each cell line is
indicated in parentheses. All data are presented as the mean ± SD from at least three independent experiments. c Flow cytometric analysis of
apoptosis in H1975-S and H1975-OR cells after treatment with osimertinib at the indicated dose for 48 h. d Cell survival was assessed by
crystal violet staining in H1975-S and H1975-OR cells treated with osimertinib at the indicated dose for 48 h.
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103, a DNA-PK inhibitor, synergistically inhibited the proliferation
of resistant cells (Fig. 2a). We further validated our findings by
treating the cells with NU7441, another specific DNA-PK inhibitor
tested in several clinical trials. We found that NU7441 greatly
enhanced the sensitivity of the cells to osimertinib (Fig. 2b, left
panel) and showed a synergistic effect with osimertinib in
suppressing cell proliferation (Fig. 2b, right panel). Similar results
were observed by crystal violet staining (Fig. 3c). To further

investigate the role of DNA-PK in osimertinib resistance, we
generated an H1975-OR cell line with stable DNA-PK knockdown
(Fig. 3d) and found that DNA-PK depletion resulted in an increase
in the sensitivity to osimertinib (Fig. 3e). Together, these results
demonstrate that pharmacological inhibition of DNA-PK activity or
genetic knockdown of DNA-PK expression sensitizes osimertinib-
resistant cells to osimertinib, indicating the importance of DNA-PK
for DNA repair in osimertinib-resistant cells.

Fig. 3 Inhibition of DNA-PK activity or expression sensitizes resistant cells to osimertinib. a Evaluation of cell proliferation by CCK8 assay in
H1975-OR cells treated with PI-103, osimertinib, or a combination of PI-103 and osimertinib for 72 h. The combination index (CI) and CI curve
were calculated by Calcusyn software. A value <1 indicates synergy. b Evaluation of cell proliferation by CCK8 assay in H1975-OR cells treated
with NU7441, osimertinib, or a combination of NU7441 and osimertinib for 72 h. The combination index (CI) and CI curve were calculated by
Calcusyn software. A value <1 indicates synergy. c Crystal violet staining of H1975-OR cells after treatment with osimertinib, NU7441, or a
combination of osimertinib and NU7441. d Western blot analysis of DNA-PKcs expression in H1975-OR cells with or without DNA-PK
knockdown. e Evaluation of cell proliferation by CCK8 assay in osimertinib-treated H1975-OR cells with or without DNA-PK knockdown. The
IC50 for each cell line is indicated in parentheses. All data are presented as the mean ± SD from at least three independent experiments.

Fig. 2 Osimertinib-resistant cells show deficiency in DNA damage repair. aWestern blot analysis of γH2AX and p-EGFR (Tyr1068) in H1975-S
and H1975-OR cells treated with cisplatin at the indicated doses for 24 h. b Western blot analysis of γH2AX and p-EGFR (Tyr1068) in H1975-S
and H1975-OR cells treated with cisplatin at the indicated time points. c Analysis of DNA comet tails by alkaline comet assay in H1975-S and
H1975-OR cells treated with 5 µM cisplatin for 24 h and then released from cisplatin for 24 h to allow DNA repair.
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The combination of the DNA-PK inhibitor with osimertinib induces
prolonged DNA damage and cell cycle arrest
To investigate the mechanism underlying the efficacy of target-
ing DNA-PK in osimertinib-resistant cells, we first evaluated the
activation of DNA-PK in H1975-S and H1975-OR cells in response
to DNA damage induced by cisplatin. As shown in Fig. 4a, we
found that the levels of p-DNA-PKcs (S2056) were markedly
elevated in H1975-OR cells compared with that H1975-S cells,
suggesting that H1975-OR cells may be highly reliant on DNA-PK
activity for DNA repair. Combined treatment with the DNA-PK
inhibitor NU7441 and osimertinib enhanced DNA damage in
H1975-OR cells, as indicated by increases in the levels of rH2AX
(Fig. 4b) and the numbers of rH2AX foci (Fig. 4c). Similar results
were found by comet assay (Fig. 4d). Moreover, the combination
treatment resulted in an induction of cell cycle arrest in H1975-OR
cells (Fig. 4e). These results demonstrate that the combination of
the DNA-PK inhibitor with osimertinib enhances DNA damage and
induces cell cycle arrest.

DISCUSSION
Although osimertinib has achieved impressive clinical outcomes in
NSCLC patients with EGFR mutation, its efficacy is limited by the
challenge of emerging resistance. It will be important to better
understand the underlying molecular mechanisms and develop
novel therapeutic strategies to overcome resistance to osimertinib
in NSCLC. In this study, we generated a lung cancer model with
acquired osimertinib resistance and identified DNA-PK as a
potential target to reverse osimertinib resistance. Our study sheds
new light on the molecular mechanism of osimertinib resistance in

the aspect of DNA repair and provides a rationale for combined
treatment with the DNA-PK inhibitor as a novel therapeutic
strategy to overcome acquired osimertinib resistance in lung
cancer. Given that several DNA-PK inhibitors are currently being
tested in clinical trials for cancer, the in vivo antitumor synergy of
those DNA-PK inhibitors in combination with osimertinib warrants
further investigation in the future. Importantly, DNA-PK has also
been reported to play a role in innate immunity [26, 27]; thus, it
will be necessary to consider the side effects of long-term
treatment with DNA-PK inhibitors.
We initiated our study by showing that the DNA repair capacity

in osimertinib-resistant H1975-OR cells is decreased. This interest-
ing phenomenon suggests that DNA damage may accumulate in
the cells in response to long-term treatment with EGFR-TKIs. Based
on this, we speculate that cancer cells may turn on DNA error-
prone DNA repair pathways, such as DNA-PK-mediated NHEJ, to
adapt to drug treatment, which would result in the generation of
mutations that facilitate the emergence of drug resistance. The
survival strategy used by cancer cells to develop resistance may
provide new possible therapeutic strategies to overcome resis-
tance. Consistent with our findings, a recent study [28] reported
that cancer cells from patients who had received targeted
therapies, including EGFR-targeted therapy, showed much higher
levels of DNA damage than pretreatment samples, and combining
conventional targeted cancer therapies with drugs that target
DNA repair will lead to more effective therapeutic strategies.
DNA repair pathways have become promising targets in cancer

treatment. The best example involves the impressive antitumor
activity of PARP inhibitors in HR-deficient (HRD) tumors with BRCA
mutation, which is based on the concept of “synthetic lethality”

Fig. 4 Combination of the DNA-PK inhibitor with osimertinib induces prolonged DNA damage and cell cycle arrest. a Western blot
analysis of p-DNA-PK (S2056) in H1975-S and H1975-OR cells treated with cisplatin for 24 h. bWestern blot analysis of rH2AX in H1975-OR cells
treated with NU7441 (4 μM), osimertinib (4 μM), or NU7441 (4 μM) combined with osimertinib (4 μM) for 24 h. c Immunofluorescence analysis
of rH2AX in H1975-OR cells treated with NU7441 (4 μM), osimertinib (2 μM), or NU7441 (4 μM) combined with osimertinib (2 μM) for 24 h.
d Evaluation of DNA damage by alkaline comet assay in H1975-OR cells treated with NU7441 (4 μM), osimertinib (4 μM), or NU7441 (4 μM)
combined with osimertinib (4 μM) for 24 h. e Flow cytometric analysis of the cell cycle in H1975-OR cells treated with NU7441 (4 μM),
osimertinib (4 μM), or NU7441 (4 μM) combined with osimertinib (4 μM).
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[29–31]. Here, our findings indicate that this concept of “synthetic
lethality” could also be exploited to overcome EGFR-TKI resistance
in NSCLC cells. We observed a synthetic lethal effect by using an
EGFR-TKI in combination with a DNA-PK kinase inhibitor. EGFR has
been reported to directly or indirectly regulate DDR pathways by
phosphorylating DNA repair proteins [32] or driving the expres-
sion of DNA repair-related genes. Thus, we speculate that
targeting EGFR together with DDR pathway components has the
potential to pharmacologically induce a phenotype of DNA repair
deficiency and lead to synthetic lethality. While much attention
has been given to genetic alterations of key DDR drivers, our
findings suggest that the contribution of such a chemical-induced
DNA repair deficiency is also worth extensively exploring. In
addition, this concept may provide a rationale for diverse
strategies using DDR inhibitors in combination with EGFR
inhibitors. Consistent with our findings, a clinical trial (NCT
01513174) on the use of olaparib, a PARP inhibitor, with gefitinib
demonstrated promising antitumor activity results.
ATM-mediated HR and DNA-PK-mediated NHEJ are the two

dominant repair pathways for DSBs. Our study shows that
inhibiting DNA-PK, but not ATM, leads to cell cycle arrest, induces
prolonged DNA damage, and increases the sensitivity of resistant
cells to osimertinib. These findings indicate that the resistant cells
may be heavily reliant on the DNA-PK-mediated NHEJ repair
pathway, whereas other pathways, such as ATM-mediated HR,
appear to be dispensable. Given the importance of EGFR activity
for ATM function [32] and constant suppression of EGFR activity by
long-term treatment with osimertinib, it is very likely that ATM is
dysfunctional and HR is deficient in osimertinib-resistant cells. This
HRD may render the cells more dependent on DNA-PK-mediated
NHEJ for DNA repair. It will be of great interest to test this
hypothesis by detecting HR deficiency via staining of RAD51 foci
at DNA damage sites in the future. Consistent with our findings,
ATM-mutant cancer cells have been reported to be sensitive to a
DNA-PK inhibitor [33]. In addition, CC-115, a dual inhibitor of DNA-
PK and TOR kinase, shows enhanced antitumor activity in patients
with CLL harboring biallelic ATM loss [34]. Thus, ATM dysfunction
and HRD may predict sensitivity to DNA-PK inhibitors, and the use
of functional biomarker assays for cancer biopsies may be
important to clinically determine which patients will benefit from
DNA-PK inhibitors.
In summary, in this study, we demonstrated that DNA repair is

compromised in osimertinib-resistant cells. Inhibition of DNA-PK, a
key kinase mediating NHEJ repair, enhances DNA damage and
increases the sensitivity of the resistant cells to osimertinib. Our
findings provide novel molecular insights into the mechanism of
resistance to osimertinib and offer a rationale for targeting DNA-
PK as a therapeutic strategy to overcome acquired osimertinib
resistance in lung cancer.
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