
Minerva Access is the Institutional Repository of The University of Melbourne

Author/s:
Hafsi, H;Dillon, MT;Barker, HE;Kyula, JN;Schick, U;Paget, JT;Smith, HG;Pedersen,
M;McLaughlin, M;Harrington, KJ

Title:
Combined ATR and DNA-PK inhibition radiosensitizes tumor cells independently of their
p status

Date:
--

Citation:
Hafsi, H., Dillon, M. T., Barker, H. E., Kyula, J. N., Schick, U., Paget, J. T., Smith, H. G.,
Pedersen, M., McLaughlin, M. & Harrington, K. J. (). Combined ATR and DNA-PK
inhibition radiosensitizes tumor cells independently of their p status. Frontiers in
Oncology,  (JUL), pp.-. https://doi.org/./fonc...

Persistent Link:
https://hdl.handle.net//

License:
CC BY

CC%20BY


July 2018  |  Volume 8  |  Article 2451

Original Research
published: 13 July 2018

doi: 10.3389/fonc.2018.00245

Frontiers in Oncology  |  www.frontiersin.org

Edited by: 
Ingeborg Tinhofer,  

Charité Universitätsmedizin  
Berlin, Germany

Reviewed by: 
Conchita Vens,  

The Netherlands Cancer  
Institute (NKI), Netherlands  

Thorsten Rieckmann,  
Universitätsklinikum Hamburg-

Eppendorf, Germany

*Correspondence:
Martin McLaughlin 

martin.mclaughlin@icr.ac.uk

†Joint senior authors.

Specialty section: 
This article was submitted to  

Head and Neck Cancer,  
a section of the journal  

Frontiers in Oncology

Received: 01 December 2017
Accepted: 18 June 2018
Published: 13 July 2018

Citation: 
Hafsi H, Dillon MT, Barker HE, 
Kyula JN, Schick U, Paget JT, 

Smith HG, Pedersen M, 
McLaughlin M and Harrington KJ 

(2018) Combined ATR and DNA-PK 
Inhibition Radiosensitizes Tumor Cells 

Independently of Their p53 Status. 
Front. Oncol. 8:245. 

doi: 10.3389/fonc.2018.00245

combined aTr and Dna-PK 
inhibition radiosensitizes  
Tumor cells independently  
of Their p53 status
Hind Hafsi1, Magnus T. Dillon1,2, Holly E. Barker1, Joan N. Kyula1, Ulrike Schick1,3,  
James T. Paget1,2, Henry G. Smith1,2, Malin Pedersen1, Martin McLaughlin1*†  
and Kevin J. Harrington1,2†
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Head and neck squamous cell carcinoma (HNSCC) is a significant cause of cancer 
deaths. Cisplatin-based chemoradiotherapy is a standard of care for locally advanced 
disease. ATR and DNA-PK inhibition (DNA-PKi) are actively being investigated in clinical 
trials with preclinical data supporting clinical translation as radiosensitizers. Here, we 
hypothesized that targeting both ATR and DNA-PK with small molecule inhibitors would 
increase radiosensitization of HNSCC cell lines. Radiosensitization was assessed by Bliss 
independence analysis of colony survival data. Strong cell cycle perturbing effects were 
observed with ATR inhibition reversing the G2/M arrest observed for radiation-DNA-PKi. 
Increased apoptosis in combination groups was measured by Sub-G1 DNA populations. 
DNA-PKi increased radiation-induced RAD51 and gamma-H2Ax foci, with the addition 
of ATR inhibition reducing levels of both. A sharp increase in nuclear fragmentation 
after aberrant mitotic transit appears to be the main driver of decreased survival due 
to irradiation and dual ATR/DNA-PKi. Dual inhibition of DNA-PK and ATR represents a 
novel approach in combination with radiation, with efficacy appearing to be independent 
of p53 status. Due to toxicity concerns, careful assessment is necessary in any future 
translation of single or dual radiosensitization approaches. Ongoing clinical trials into 
the ATR inhibitor AZD6738 plus radiation, and the phenotypically similar combination of 
AZD6738 and the PARP inhibitor olaparib, are likely to be key in ascertaining the toxicity 
profile of such combinations.

Keywords: DNA damage response, radiosensitization, checkpoint abrogation, mitotic catastrophe, ataxia 
telangiectasia- and RAD3-related

INTRODUCTION

In human cells, non-homologous end-joining (NHEJ) and homologous recombination (HR) are 
the major DNA double-strand breaks (DSBs) repair pathways, and defects in these pathways cause 
genome instability and promote tumorigenesis. DSBs can be formed (i) following exposure to  
ionizing radiation (X- or γ-rays) or genotoxic drugs, (ii) endogenously, during DNA replication, or 
(iii) as a consequence of reactive oxygen species generated during oxidative metabolism.

Radiotherapy is a standard of care for head and neck squamous cell carcinoma (HNSCC). The 
development of intensity-modulated radiotherapy has helped to spare normal tissues, such as the 
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parotid gland, from radiation-induced toxicity by more accura
tely targeting head and neck tumors (1). While novel techniques, 
such as the image-guided MR-Linac, are entering trials (2), there 
are physical limits to significant further escalation of radiation  
doses due to normal tissue toxicity. Tumor-specific radiosensi
tizers targeting DNA damage response (DDR) pathways represent 
a novel means to enhance the efficacy of radiotherapy.

The cell cycle phase in which the DSB occurs will determine 
the choice of the repair mechanism used by the cell (3, 4). NHEJ 
links the two ends of broken DNA by direct ligation and is active 
during all phases of the cell cycle, particularly during G0, G1, 
and early S phase. HR is most predominant during late S and 
G2 phases when a sister chromatid can be used as a template 
for repair.

The PI3-kinase like family of protein kinases includes ATM, 
ATR, and DNA-PKcs, which recruit DNA repair proteins and 
activate cell cycle checkpoints in response to DSBs (5). Most 
cancer cells are defective in the G1 checkpoint and, therefore, rely 
on their S/G2 checkpoints for survival following DNA damage. 
This may represent a means to specifically radiosensitize tumor 
cells. Of specific relevance to HNSCC is the loss of function of 
p53 by mutation, or degradation by E6 produced as a result of 
infection with high-risk human papillomavirus genotypes such 
as HPV16 (6, 7).

ATR, which initiates the S and G2 cell cycle checkpoint cas-
cade by phosphorylating CHK1, is an attractive target in cancer 
therapy. ATR acts as a key kinase in DDR signaling. DNA lesions 
which result in single-stranded DNA are coated by the protective 
replication protein A. ATR subsequently binds via the partner 
protein ATRIP. ATR acts both to stabilize stalled replication forks 
and to initiate downstream signaling via CHK1 leading to cell 
cycle arrest. A number of preclinical reports have demonstrated 
sensitization by ATR inhibitors to chemotherapy and radio-
therapy (8–12).

Two ATR inhibitors, such as VX-970 and AZD6738, are cur-
rently undergoing clinical evaluation. We are currently assessing 
safety of AZD6738 in a phase I clinical trial (PATRIOT), alone 
and in combination with radiotherapy (NCT02223923). Other 
trials are currently evaluating AZD6738 in combination with 
paclitaxel, carboplatin, olaparib, or durvalumab (NCT02630199, 
NCT02264678).

DNA-PK, a key component of the NHEJ pathway, correlates 
with decreased response to DNA-damaging agents and thera
peutic resistance in multiple cancers (13–15). Furthermore, 
DNA-PK has also been implicated in other tumor-associated 
processes, including genomic stability, hypoxia, inflammatory 
response, and transcription (16). Thus, the inhibition of DNA-PK 
is an attractive approach selectively to enhance DNA-damaging 
therapies. As such, DNA-PK has received significant attention 
from both industry and academia as a potential anticancer 
target. Many of the first identified DNA-PK inhibitors suffered 
from lack of specificity and poor pharmacokinetic properties, 
but more recently developed inhibitors, including NU7441 and  
KU-0060648, demonstrate improved specificity and pharmaceu
tical properties (17) and have been used preclinically to explore  
the impact of DNA-PK inhibition (DNA-PKi) in multiple tumor 
types (18–20). In the clinic, two DNA-PK targeting molecules, 

such as CC-122 and CC-115, are currently being evaluated. CC-122 
is in a phase I clinical trial (NCT01421524) for solid tumors, 
non-Hodgkin lymphoma, and multiple myeloma. CC-115 is a 
dual inhibitor of DNA-PK and mTOR and is currently in phase I 
trial (NCT01353625) for advanced solid tumors and hematologic 
malignancies.

Considering that dysfunction of one DDR pathway may be 
compensated by another repair pathway (21) and contribute to 
resistance to DNA-damaging radiation and chemotherapies, we 
hypothesized that targeting both NHEJ and HR with small mol-
ecule inhibitors would enhance the radiosensitivity of tumor cells. 
Canonically, ATR is active during DNA replication in S phase, 
while repair by DNA-PK is utilized during non-replicative cell 
cycle phases such as G1. Inhibition of both targets simultaneously 
may overcome resistance in phases of the cell cycle where activity 
of each single target is lower or absent. We have previously shown 
that radiosensitization by AZD6738 is dependent on proliferation 
(8). We, therefore, used the ATR inhibitor, AZD6738, and the 
DNA-PK inhibitor, KU-0060648, and sought to identify favorable 
interactions between them. Due to the absence of available p53 
isogenic models for HNSCC, we used the isogenic HCT116 
p53+/+ and HCT116 p53−/− model to more conclusively study 
the role of p53 loss.

We demonstrate that AZD6738 and KU-0060648 both poten-
tiate the sensitivity to radiation as single agents and appear to be 
at least additive when combined together. Mechanistic analyses 
in vitro indicated reduced survival and a combined perturbation 
of cell cycle kinetics and DNA repair, resulting in severe nuclear 
fragmentation.

MATERIALS AND METHODS

Cell Culture Conditions
LICR-LON-HN4 and LICR-LON-HN5 were a kind gift from 
Suzanne Eccles (The Institute of Cancer Research, Sutton, 
London, UK). HCT116 p53+/+ and p53−/− cells were obtained 
from Horizon Discovery (Cambridge, UK). Cells were cultured 
in DMEM (Invitrogen, Paisley, UK) supplemented with 10% 
FCS, 2  mM l-glutamine, and 1% penicillin/streptomycin at 
37°C with 5% CO2. Under these conditions, HCT116 and HN5 
cell lines displayed doubling times of 20–24  h, HN4 30–36  h. 
Cells were tested for Mycoplasma using the eMyco PCR kit from 
IntroBio (Seongnam-Si, South Korea) and authenticated by STR 
profiling (Bio-Synthesis Inc., TX, USA).

Drugs and Irradiation
AZD6738 and KU-0060648 were kindly donated by AstraZeneca. 
Irradiation was carried out using an AGO 250 kV X-ray machine 
(AGO, Reading, UK).

Survival Assays
For MTT assays, cells were plated in 96-well plates and, after 
24 h, treated with AZD6738 and KU-0060648. Cell survival was 
measured 48 h after treatment by 3-(4,5-dimethylthiazol-2-yl)-2, 
5-diphenyltetrazolium bromide (MTT) assay according to the 
manufacturer’s instructions. Long-term survival in response to 
radiation was measured by colony formation assay. Cells were 
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seeded in 6-well dishes at appropriate densities. Cells were allowed 
to attach overnight. AZD6738 and KU-0060648 were added at  
the indicated concentrations 1 h before irradiation, drugs were 
not removed post-radiation. After 14 days, colonies were fixed 
and stained in 5% glutaraldehyde, 0.5% crystal violet, with colo-
nies containing more than 50 cells counted.

Western Blotting
Cells were plated in 10-cm dishes and allowed to attach overnight. 
AZD6738 and KU-0060648 were added at the indicated concen-
trations 1 h before irradiation. Medium and cells were harvested 
in PBS-containing 1 mM Na3VO4 and 1 mM NaF. Cells were pel-
leted before lysis in 50 mM Tris–HCl pH 7.5, 150 mM NaCl, 
1% NP-40, 0.5% deoxycholate, and 0.1% SDS. Lysis supernatants 
were quantified by BCA assay from Pierce (Leicestershire, UK).  
Total protein lysate was separated by reducing SDS-PAGE, trans
ferred to Midi Nitrocellulose membranes using a Transblot 
Turbo (Bio-Rad, Watford, UK), and blocked with TBS blocking 
buffer (Li-Cor Biotechnology, Cambridge, UK). Membranes were 
probed with antibodies specific for GAPDH clone 10C10, CHK1 
clone 2G1D5, phospho-CHK1 (S345) clone 133D3, DNA-PK code  
4602, γH2Ax (S139) clone 20E3 and Caspase 3 clone 8G10 from 
Cell Signaling (MA, USA); phospho-DNA-PK from Abcam 
ab18192 (Cambridge, UK); PARP clone F-2 was purchased from 
Santa Cruz (TX, USA).

Cell Cycle
Cells were plated in 10-cm dishes and allowed to attach over-
night. AZD6738 and KU-0060648 were added at the indicated 
concentrations 1  h before irradiation. Medium and cells were 
harvested at the desired time point after treatment and fixed 
overnight in ethanol. Cells were subsequently rehydrated in PBS 
and stained with propidium iodide and RNase solution from 
Cell Signaling (MA, USA). Cells were stained for mitotic index 
using anti-phospho-histone H3 (S10) AlexaFluor 647 from Cell 
Signaling (MA, USA). BrdU staining was performed by incubat-
ing cells with BrdU before collection and fixation in ethanol. Cells 
were subsequently stained using anti-BrdU antibody from Dako/
Agilent (Stockport, UK). Cells were analyzed on an LSR II from 
BD Biosciences (Oxford, UK).

Confocal Microscopy
Cells were plated in 35-mm glass-bottomed dishes from Mattek 
(MA, USA) and allowed to attach overnight. AZD6738 and KU- 
0060648 were added 1 h before irradiation. Samples were fixed 
in 10% neutral buffered formalin, permeabilized in 0.2% Triton 
X-100, and treated with DNaseI from Roche (West Sussex, UK). 
Cells were blocked in 1% BSA, 2% FCS in PBS before stain-
ing using antibodies for γH2Ax (S139) clone 20E3 from Cell  
Signaling (MA, USA), or RAD51 clone 14B4 from Genetex 
(CA, USA) with goat anti-rabbit AlexaFluor 488 or goat anti-
mouse AlexaFluor 546 as secondary antibodies from Invitrogen 
(Paisley, UK). Nuclei were counterstained with DAPI. Samples 
were imaged using a Zeiss LSM710 inverted confocal microscope 
(Jena, Germany). Individual nuclei were scored manually for 
normal morphology, nuclear fragmentation such as micronuclei, 
or gross lobular irregularities. Nuclei were also scored for γH2Ax 

foci. >5 γH2Ax were scored as positive. Pan-nuclear γH2Ax 
staining was also scored if γH2Ax foci numbers were unquanti
fiable. RAD51 and γH2Ax foci were also quantified by automated 
image quantification using Cell Profiler v2.2 (Broad Institute,  
CA, USA). Nuclei were segmented and counted based on DAPI 
staining, RAD51 and γH2Ax were counted and expressed as 
average foci per nucleus. Quantification of each independent 
experiment included approximately 100–300 nuclei.

Statistical Analysis
Drug interaction in Figure 1 was assessed by Bliss independence 
analysis using the equation Eexp = Ex + Ey − (ExEy) (22). E, in this 
case, represents cell kill from 0 to 1 with 1 being maximum cell 
kill. Eexp is the expected effect if two treatments are additive with  
Ex and Ey corresponding to the effect of each treatment indivi
dually. ΔE = Eobserved − Eexp. Differences in observed vs expected 
cell kill is represented by ΔE ± 95% confidence intervals from 
observed data. Greater than expected cell kill is indicated by posi-
tive ΔE values, less than expected cell kill by negative ΔE values. 
In all other figures, unpaired two-tailed Student’s t-test was util
ized for parametric analysis using Graphpad prism (version 7c).

RESULTS

AZD6738 and KU-0060648 Combination 
Results in Improved Radiosensitization
A 4 cell line panel was initially selected with two p53 mutant 
(p53mt) HNSCC cell lines, HN4 and HN5, tested alongside 
the p53+/+ and p53−/− isogenic HCT116 cell lines. The p53 
proficiency/deficiency of isogenic HCT116 cell lines has previ-
ously been validated in our lab by measuring p21 induction due 
to radiation (8). We first assessed cytotoxicity of AZD6738 and 
KU-0060648 alone or in combination by MTT over a range of 
doses (Figure 1A). IC50 doses of both AZD6738 and KU-0060648 
were broadly similar across the 4 cell line panel, ranging from 
1.5 to 4 and 0.5 to 1.5  µM, respectively. IC50 values used for 
combination MTT experiments in Figure 1A were found to be 
closer to IC25 and have been plotted as such. Bliss independence 
analysis was performed to determine if greater or less cell kill  
was observed vs calculated expected values when comparing dif-
ferent conditions. Bliss independence modeling indicated greater 
than expected cell kill to some degree at 0.5× or 1× IC25 values 
in a number of the cell lines, but less at other doses (Figure 1B). 
While both drugs are cytotoxic, rather than cytostatic, at higher 
concentrations and longer durations of exposure, the drop at 
these higher doses may be in part due to dynamic range limita-
tions of the MTT assay at the time point used.

The combination of AZD6738 and KU-0060648 was then 
assessed by clonogenic assay across a range of doses (Figure 1C) 
with Bliss independence analysis performed as per MTT data 
previously. These results showed no clear trend for greater or 
less observed cell kill between AZD6738 and KU-0060648 when 
measured by clonogenic assay.

The ability of AZD6738 and KU-0060648 to radiosensitize alone, 
or as a dual radiosensitizer drug combination vs single radiosen-
sitizer combinations was assessed by clonogenic assay (Figure 1E)  
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and Bliss independence analysis (Figure 1F). Bliss analysis indi-
cated that both AZD6738 and KU-0060648 alone acted as strong 
radiosensitizers in combination with radiation in all four cell lines. 
Greater than expected cell kill was observed in all cell lines for both 
the addition of AZD6738 to KU-0060648-radiation and the addi-
tion of KU-0060648 to AZD6738-radiation. Similar results were 

observed across a range of drug doses (complete data shown in 
Figure S1 in Supplementary Material). For 125 + 125 nM of each 
drug (250 nM combined) the radiosensitization effect observed is 
of equal potency to that observed for 500 nM of each drug alone 
(Figure 1G). This may present an opportunity for a reduced com-
bined drug dose clinically. Combination of both drugs at 125 nM 
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Figure 1 | DNA-PK inhibition enhances radiosensitization when added to ATR inhibition and radiation. (A) The combination of the ATR inhibitor AZD6738 and the 
DNA-PK inhibitor KU-0060648 was assessed by first determining cell viability 48 h after treatment by MTT analysis at 0.25×, 0.5×, 1×, 2×, and 4× IC50 doses. 
Dose–response curves were used initially to derive the following IC50 doses. For AZD6738, HN4, 1.5 µM; HN5, 1.5 µM; HCT116 p53+/+, 3.0 µM; and HCT116 
p53−/−, 4.0 µM. For KU-0060648, HN4, 0.8 µM; HN5, 0.5 µM; HCT116 p53+/+, 1.5 µM; and HCT116 p53−/−, 1.5 µM. In subsequent combination experiments, 
these doses proved to be approximately IC25 doses and have been presented accordingly for accuracy. (B) Observed cell kill vs expected cell kill was determined by 
Bliss independence analysis. For example, ×1 IC50 + ×1 IC50 is the observed toxicity of this combination (expressed as 0 to 1 with 1 being maximum kill), minus the 
calculated “expected” effect if the individual values for ×1 IC50 AZD6738 and ×1 IC50 KU0060648 were expected to combine without any interaction. A positive ΔE 
corresponds to greater observed kill than expected for non-interacting combinations. Negative ΔE indicates less than expected cell kill. Further details outlined in the 
statistical analysis section of the methods. Greater than expected cell kill is indicated by ΔE and 95% confidence intervals (CIs) from observed data falling all above 
zero; less than expected cell kill where all values fall below zero. (C) Clonogenic survival was determined for AZD6738 and KU-0060648 alone and in combination 
across a range of doses. Values expressed as surviving fraction relative to untreated control. (D) Bliss analysis as described in panel (B). (E) Clonogenic survival was 
determined for combinations of AZD6738, KU-0060648, and 2 Gy radiation. Values expressed as surviving fraction relative to untreated control. (F) Bliss analysis as 
described in panel (B). (G) Comparison plots of the combination of 125 nM each of AZD6738 and KU0060648 vs 250 or 500 nM of individual drugs and the 
corresponding radiosensitization effect by clonogenics. All panels represent a minimum of three independent experiments ±SEM, except Bliss analysis in (B,D,F) 
where error bars are ±95% CIs. Statistical analysis performed between indicated conditions by unpaired t-test *P < 0.05.
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in the absence of radiation appears to have a lower toxicity vs single 
500  nM doses, though this was only statistically significant for 
AZD6738. Combining both drugs at 125 nM had a stronger radio-
sensitization effect than either drug individually at 250 nM. These 
data are suggestive of potentially greater than additive effects.

Clonogenic assays may better represent the effect of DDR 
inhibitors alone or in combination with radiation when compared 
with MTT assay due to their long-term nature. While short-term 
MTT observations will be dominated by cell cycle-linked effects, 
such as death due to replicative stress or mitotic catastrophe, 
long-term clonogenic assays will also include toxicity as a con-
sequence of misrepair of DNA damage. The results observed 
give a rationale for testing AZD6738 and KU-0060648 as a dual 
radiosensitizer treatment. Drug-on-target modulation of CHK1 
on Ser345 and DNA-PK on Ser2056 was observed by Western 
blot (Figure 2). A clear reduction in radiation-induced Ser345 
CHK1 downstream of ATR was observed starting at 30–100 nM 
AZD6738 concentrations. Ser2056 is an autophosphorylation site 
of DNA-PKcs which has previously been shown to be reduced by 
DNA-PKcs kinase inhibition (23). Clear inhibition was observed 
at 1 h post-radiation at concentrations greater than 100 nM.

AZD6738 and KU-0060648 Modulate Cell 
Cycle Progression After Radiation
We further evaluated the impact of ATR, DNA-PKi, and irradia-
tion on cell cycle distribution. Active DNA synthesis was meas-
ured by BrdU incorporation (Figure 3A). Variable reduction in 
BrdU incorporation was seen in all cell lines due to AZD6738, 

KU-0060648, or radiation monotherapy treatments at 24 h. The 
most significant reduction observed was due to the combination 
of radiation and KU-0060648. AZD6738 addition to radiation 
alone or radiation-KU-0060648 combined, did not appear to 
alter BrdU incorporation apart from a small increase observed in 
HCT116 p53+/+ (Figure 3A).

Cell cycle analysis by propidium iodide (Figure 3B) or meas-
urement of the mitotic index by phospho-HistoneH3 (Figure 3C) 
was also performed. At 24 h, compared to radiation, AZD6738-
radiation, or KU-0060648-radiation, the triple combination of 
AZD6738, KU-0060648, and radiation resulted in a significant 
increase in cells in G1 at the expense of S/G2. This was particularly 
marked for the addition of AZD6738 to KU-0060648-radiation. 
KU-0060648 induced a significant G2/M population increase 
when added to radiation, which was abrogated by the addition 
of AZD6738. Phospho-histoneH3 (Figure  3C) data at 6  h did 
not indicate any significant modulation of the mitotic index by 
KU-0060648, while AZD6738 abrogated any radiation-induced 
decrease in mitotic index. A lower mitotic index was observed 
in HN5 cell lines at 24 h in conditions containing KU-0060648. 
However, no other clear patterns could be identified except for an 
elevated mitotic index across conditions containing AZD6738.

The Combination of AZD6738 and KU-
0060648 With Radiation Increases the 
Sub-G1 Population
We further evaluated whether reduced survival and alterations 
to cell cycle progression corresponded to apoptotic cell death 
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Figure 2 | DNA-PK inhibition and ATR inhibition modulate DNA damage response signaling. (A) Western blot indicates AZD6738 inhibition of ATR through loss of 
downstream phosphorylation of CHK1 on Ser345. Dose escalation of AZD6738 with 4 Gy radiation, samples collected 1 h post-radiation. (B) Modulation of 
DNA-PK phosphorylation by KU-0060648 was shown by Western blot in HCT116 p53+/+ and p53−/− cell lines. Dose escalation of KU-0060648 with 10 Gy 
radiation, samples collected 1 h post-radiation.
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by measuring caspase-3, PARP cleavage, and γH2Ax levels at 
48  h post-treatment (Figure  4A). AZD6738 and KU-0060648 
as single agents did not, or only slightly, induced caspase-3 or 
PARP cleavage in all cells. The combination of AZD6738 and 
radiation induced a substantial increase in cleaved caspase-3 
or cleaved PARP across all cell lines. Interestingly, KU-0060648 
plus radiation, despite profound radiosensitization in clonogenic 
assays, did not result in increased PARP and caspase-3 cleav-
age. The addition of KU-0060648 resulted in no increase, or in 
some cases a decrease, in the cleavage observed when added to 
AZD6738-radiation. The addition of KU-0060648 did result in a 
clear decrease in γH2Ax signal in all cell lines tested (Figure 4A). 
This has previously been shown to indicate DNA-PKcs kinase 
inhibition (24) and as a clear sign of drug-on-target effect at the 
250 nM dose used.

Analysis of DNA fragmentation and sub-G1 populations was 
carried out by propidium iodide cell cycle analysis (Figure 4B). 
This did reveal an increase in the sub-G1 population due to the 
addition of KU-0060648 to AZD6738-radiation which was par-
ticularly clear for HCT116 p53+/+ and p53−/− cell lines.

AZD6738 Reduces RAD51 and γH2AX  
Foci Formation Induced by KU-0060648-
Radiation Resulting in Increased  
Nuclear Fragmentation
To verify the ability of AZD6738 and KU-0060648 to abrogate 
radiation-induced DSB repair and prevent Rad51-mediated HR, 
we quantified the formation of γH2Ax and Rad51 foci in HCT116 
p53+/+ and p53−/− cells.

Quantification of γH2Ax images classified nuclei as normal 
or abnormal in morphology with further sub-classification based 

on focal- or pan-γH2Ax staining (Figure 5A). Automated image 
quantification of γH2Ax was also performed at 4 and 24 h (Figure S2  
in Supplementary Material). Data at 4  h were variable with no 
clear definitive changes apart from a trend for reduced radiation-
induced γH2Ax due to the addition of AZD6738. At 24 h, there was 
some evidence that KU-0060648 may increase residual γH2Ax 
foci. At 24 h, AZD6738 reduced radiation-induced γH2Ax focus 
formation from both radiation alone and KU-0060648-radiation 
conditions. This was statistically significant in three out of four 
conditions where AZD6738 was added to radiation or radiation 
plus KU-0060648 (Figure S2 in Supplementary Material).

RAD51 images were analyzed at 4 and 24  h by automated  
image quantification. RAD51 focus formation is presented as the  
average number of foci per nucleus for each condition (Figure 5B). 
KU-0060648 at 24 h significantly increased levels of radiation-
induced RAD51 foci in both cell lines. The addition of AZD6738 to 
radiation alone or KU-0060648-radiation strongly reduced Rad51 
focus formation at both 4 and 24  h. The reduction in percen
tage of RAD51-positive cells observed at 4  h post-radiation is 
significantly greater than the reduction in S-phase possible over 
such a short time scale. However, at 24 h, the S-phase reduction 
as observed by BrdU staining for radiation and KU-0060648 
(Figure  3A) indicates this may be a contributing factor to the 
drop in RAD51 under these conditions. This, however, was not 
the case for AZD6738 and radiation at 24 h as BrdU-positive cells 
maintained broadly similar levels to those of controls.

At 24  h, the addition of AZD6738 to radiation alone or 
KU-0060648-radiation manifests as an increase in nuclei classi
fied as abnormal (Figure 5A). At 48 h, the total number of abnormal  
nuclei is similar between these two conditions, with the major 
difference being a substantial reduction in γH2Ax foci present 
due to the addition of AZD6738 to KU-0060648-radiation.
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Figure 3 | Modulation of the cell cycle by DNA-PK inhibition and ATR inhibition in combination with radiation. (A) FACS analysis of BrdU incorporation was used to 
assess active DNA synthesis in response to AZD6738, KU-0060648, and 4 Gy radiation combinations at 24 h post-radiation. Values expressed relative to control. 
(B) Cell cycle profiles at 24 h were assessed by staining for DNA content using propidium iodide in response to AZD6738, KU-0060648, and 4 Gy radiation 
combinations. (C) Cells in mitosis positive for phospho-histone H3 were quantified by FACS. Quantification was performed at 6 and 24 h in response to AZD6738, 
KU-0060648, and 4 Gy radiation combinations. All panels represent a minimum of three independent experiments ± SEM, except HN5 in (A) which is n = 2. 
Statistical analysis performed between indicated conditions by unpaired t-test *P < 0.05.
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DISCUSSION

A number of DDR inhibitors have been extensively explored in 
preclinical studies. More recent DDR-targeting compounds have 
looked to exploit the high prevalence of a defective G1/S check-
point in cancer cells compared with normal tissue. This has given 
rise to G2/M checkpoint-targeting agents such as ATR and CHK1 
inhibitors. It has been hypothesized that maximal clinical efficacy 
of these agents is likely to be found in combination with exogenous 
DNA damage sources. Due to its position as a first-line treatment 
for HNSCC and many other cancers, radiation is a highly favorable 
source of this damage. A defective G1/S checkpoint through loss of 
function of p53 due to mutation or E6-mediated protein degradation 

by HPV infection is highly prevalent in HNSCC. We sought to bet-
ter understand the role of p53 loss in determining radiosensitization  
by the combination of ATR and DNA-PK inhibitors.

Preclinical validation of both CHK1 inhibition (CHK1i) and 
ATR inhibition (ATRi) has shown them to be proficient radiosen-
sitizers (8, 25–27). While ATRi and CHK1i have been shown to 
interfere with cell cycle arrest and HR, cancer cells may resort to 
alternative repair mechanisms such as NHEJ. While more error 
prone, this may present a mechanism capable of reducing the 
efficacy of ATRi in combination with radiation. For this reason, 
we sought to investigate if dual ATR and NHEJ inhibition, via 
DNA-PKi, was more effective in combination with radiation than 
ATRi alone.
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Figure 4 | Apoptotic signaling in response to DNA-PK inhibition and ATR inhibition in combination with radiation. (A) Western blot analysis was used to assess 
levels of H2Ax phosphorylation on Ser139, and apoptosis was identified by cleaved caspase 3 and cleaved PARP. Cell lysates were harvested at 48 h after radiation 
with AZD6738 and KU-0060648 addition 1 h before radiation. (B) Sub-G1 cells were identified at 24 and 48 h by propidium iodide staining and FACS in response to 
AZD6738, KU-0060648, and 4 Gy radiation combinations. Data represent a minimum of three independent experiments ± SEM. Statistical analysis performed 
between indicated conditions by unpaired t-test *P < 0.05.
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The addition of ATRi to DNA-PKi-radiation or DNA-PKi to 
ATRi-radiation was shown to have the highest radiosensitization 
effect. This comparison includes the effect of radiosensitization 
with individual drugs combined with radiation. This is particu-
larly compelling as both ATRi and DNA-PKi alone act as strong 
radiosensitizers, yet Bliss independence analysis suggests greater 
than expected cell kill was still possible with a second mechanis
tically independent DDR inhibitor.

Mechanistic data suggest the increased efficacy of dual ATRi 
and DNA-PKi in combination with radiation is based on both 
modulation to DNA repair focus formation and the resulting 
downstream nuclear fragmentation. DNA-PKi increased both 
RAD51 and γH2Ax focus formation after radiation. Interestingly, 
total γH2Ax phosphorylation decreased due to DNA-PKi in 
Western blots. This may indicate an increase in the number of 
unresolved DSBs and a reduction in the γH2Ax signal flanking 
the break site.

The appearance of large amounts of γH2Ax alongside cas-
pase 3 or colocalization with TUNEL has been shown to be an 
apoptotic signal rather than DNA repair foci (28, 29). However, 
this does not appear to be the case as the addition of DNA-PKi 
reduces H2Ax by Western blot, though paradoxically clearly 
leads to increased γH2Ax foci (Figure 5). Foci and total γH2Ax 
appear to not be interchangeable measures of DNA DSBs. There 
may be more breaks but less extensive phosphorylation flanking 
the break site. Increased sub-G1 populations with the triple 
combination, despite no increase in cleaved caspase 3 or cleaved 

PARP, suggest a caspase-independent mechanism might be 
responsible for increased cell death. Mitotic catastrophe induced 
by paclitaxel in HCT116 was shown to increase sub-G1 popula-
tions in a caspase-independent manner (30). Loss of BUB1 leads 
to caspase-independent mitotic death due to treatment with the 
HSP90 inhibitor 17AAG (31). Due to the role of ATR as a cell 
cycle checkpoint, it is not unexpected that cell death may be, in 
part, driven by caspase-independent mitotic catastrophe.

The ability of ATR or CHK1i to abrogate G2 arrest and decrease 
RAD51 focus formation is well established. Mutations or DDR 
inhibitors that increase dependency on HR or G2 arrest are likely 
to combine favorably with ATR inhibition. This has proven to be 
the case with PARP inhibition (PARPi) which displays syner
gistic activity in combination with ATRi in BRCA-mutant ovarian  
(32, 33), SLFN11-negative prostate, leukemia, and Ewing’s sar-
coma cell lines (34) as well as in HR-proficient cell lines (35). 
ATRi has also been shown to be synthetically lethal with ARID1A 
loss (36). ATRi in combination with PARPi leads to chromosome 
fragmentation as measured by chromatid breaks on metaphase 
spreads (32). ATRi in ARID1A−/− cells increases anaphase 
bridge formation and chromatid fragmentation on metaphase 
spreads (36). In this regard, our data on ATRi and DNA-PKi are 
phenotypically similar to that observed for both ARID1A loss 
and PARPi in combination with ATRi.

A sharp increase in nuclear fragmentation after aberrant 
mitotic transit appears to be a common finding when the ATR-
CHK1 signaling pathway is disrupted in radiation combination 
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Figure 5 | Modulation of H2Ax and RAD51 DNA repair focus formation by DNA-PK inhibition and ATR inhibition in combination with radiation. (A) Nuclear γH2Ax 
was imaged by confocal microscopy. Fixed samples were collected at the time points and treatments indicated in HCT116 p53+/+ and p53−/− isogenic cell lines. 
Nuclei were classified as having normal circular morphology or the presence of clear nuclear fragmentation such as micronuclei. A nucleus with multiple fragments 
was only scored as a single fragmented nucleus. Nuclei were further subclassified as having no γH2Ax, >5 γH2Ax foci, or having an unquantifiable level of γH2Ax 
staining referred to pan-γH2Ax positive staining. Example images of scoring are shown. Scale bar equals 10 µM with all images shown at the same magnification. 
DAPI used as nuclear counterstain. Data represent a minimum of three independent experiments ± SEM. Example images of scoring criteria are also shown.  
(B) RAD51 foci were imaged by confocal microscopy. RAD51 and nuclei were quantified by automated image quantification and expressed as the average RAD51 
foci per nucleus. Data represent a minimum of two independent experiments at 4 h and three at 24 h ± SEM. Statistical analysis performed between indicated 
conditions by unpaired t-test *P < 0.05. (C) Larger example images of γH2Ax (green staining) and RAD51 (red staining), respectively, quantified in panels (A,B).
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studies (8, 37, 38). ATR plays a key role in the accumulation of 
ribonucleotide reductase subunit 2 and origin firing in S-phase.  
In early S-phase cells, ATRi can induce massive ssDNA accumula
tion, but later S-phase cells have been shown to trigger a DNA- 
PK- and CHK1-mediated backup pathway which suppresses  
origin firing (39). ATR has been shown to be critical for preven
ting nuclease cleavage of replication forks and severe nuclear 
fragmentation due to replication catastrophe (40–42). It is prob
able that dual inhibition of DNA-PK and ATR increases this phe-
nomenon, manifesting as the increased nuclear fragmentation 
observed. Micronuclei generated as a result of nuclear fragmen
tation have been identified as displaying reduced replication and 
increased DNA damage during S-phase, as well as showing cell 
cycle dyssynchrony (8, 43). This is believed to be due to reduced 
nuclear import vs the primary nucleus or rupturing of the nuclear 
membrane (43, 44).

Previously published data have shown the ATR inhibitor 
AZD6738 is well tolerated at active doses in  vivo in DNA-PK-
deficient NOD scid gamma mice (8). Our data here show com-
bined DNA-PKi and ATRi does not display obvious combined 
toxicity by clonogenic assay, with enhanced cell kill effects only 
observed due to the addition of radiation. This was most clearly 
illustrated by the ability of combining both drugs at 125  nM 
showing similar radiosensitization capability to each drug alone 
at the much higher dose of 500 nM. Taken together, these data 
may suggest a window for relative therapeutic benefit vs normal 
tissue outside the radiation field. G1/S checkpoint activation has 
been shown to occur slowly after radiation, in contrast to rapid 
activation of the G2/M checkpoint (45). Previous work in our 
lab on AZD6738 and radiation (8) has shown that S-phase or 
mitotic transition appears essential for radiosensitization activity. 
Tumor cells proficient in p53, such as HCT116, still readily enter 

and transit these phases of the cell cycle, and still do so for some 
time post-radiation. Non-proliferating normal tissue in G0/G1 
represents a distinct p53-competent population not subject to 
the cell cycle-linked effects of radiation and ATRi in particular. 
Preclinical studies of AZD6738 in combination with olaparib 
in vivo have reported efficacy without weight loss compared with 
control groups (32). Of particular relevance to HNSCC will be 
any reports of worsening acute toxicities, such as oral mucositis, 
in preclinical and clinical studies since proliferative epithelial 
cells are likely to be the most sensitive normal cells within the 
radiation field to radiosensitizers. Careful assessment of normal 
tissue toxicities will be required for the entire class of radiosensi-
tizers, especially in regard to normal, but proliferating, irradiated 
cells. In light of the similar phenotype observed, an open and 
recruiting clinical trial (NCT02264678) investigating the ATR 
and PARP inhibitors, AZD6738 and olaparib may help to inform 
any future studies into ATRi and DNA-PKi on both efficacy and 
any toxicity issues.

In summary, dual inhibition of DNA-PK and ATR represents 
a promising approach in combination with radiation. This 
combination appears to share mechanistic similarity with PARPi 
in combination with ATR inhibition. However, the evidence 
suggests dual ATRi and DNA-PKi driven radiosensitization is 
broadly similar irrespective of p53 status.

AUTHOR CONTRIBUTIONS

HH, MD, HB, JK, US, JP, HS, and MP were involved in experi-
mental work. HH, MD, MM, and KJH were in involved in experi-
mental planning discussions. HH, MM, and KJH were involved 
in manuscript preparation.

https://www.frontiersin.org/Oncology/
https://www.frontiersin.org
https://www.frontiersin.org/oncology/archive


11

Hafsi et al. ATR DNA-PK RT

Frontiers in Oncology  |  www.frontiersin.org July 2018  |  Volume 8  |  Article 245

ACKNOWLEDGMENTS

We would like to thank AstraZeneca for supplying AZD6738 and 
KU-0060648.

FUNDING

The authors acknowledge the support of the Royal Marsden/
Institute of Cancer Research National Institute of Health Research 
Biomedical Research Centre. HH was supported by the Bender 
Foundation and the Oracle Cancer Trust. HB and KH were sup-
ported by Cancer Research United Kingdom (Programme Grant 
C7224/A13407). Rosetrees Trust supported MD and KH (Grant 

numbers M48, M444). MD is a Cancer Research United Kingdom 
Clinical Research Fellow. JK and KH were supported by the 
Anthony Long Charitable Trust. MM was supported by Oracle 
Cancer Trust. JP was supported by the Wellcome Trust The Royal 
College of Surgeons of England and The British Association of 
Plastic, Reconstructive and Aesthetic Surgeons.

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found online 
at https://www.frontiersin.org/articles/10.3389/fonc.2018.00245/
full#supplementary-material.

REFERENCES

1.	 Nutting CM, Morden JP, Harrington KJ, Urbano TG, Bhide SA, Clark C, 
et al. Parotid-sparing intensity modulated versus conventional radiotherapy 
in head and neck cancer (PARSPORT): a phase 3 multicentre randomised 
controlled trial. Lancet Oncol (2011) 12:127–36. doi:10.1016/S1470-2045(10) 
70290-4 

2.	 Kerkmeijer LGW, Fuller CD, Verkooijen HM, Verheij M, Choudhury A, 
Harrington KJ, et al. The MRI-linear accelerator consortium: evidence-based 
clinical introduction of an innovation in radiation oncology connecting 
researchers, methodology, data collection, quality assurance, and technical 
development. Front Oncol (2016) 6:215. doi:10.3389/fonc.2016.00215 

3.	 Mjelle R, Hegre SA, Aas PA, Slupphaug G, Drabløs F, Saetrom P, et al. Cell 
cycle regulation of human DNA repair and chromatin remodeling genes.  
DNA Repair (Amst) (2015) 30:53–67. doi:10.1016/j.dnarep.2015.03.007 

4.	 Ciccia A, Elledge SJ. The DNA damage response: making it safe to play with 
knives. Mol Cell (2010) 40:179–204. doi:10.1016/j.molcel.2010.09.019 

5.	 Blackford AN, Jackson SP. ATM, ATR, and DNA-PK: the trinity at the heart 
of the DNA damage response. Mol Cell (2017) 66:801–17. doi:10.1016/j.
molcel.2017.05.015 

6.	 Dillon MT, Harrington KJ. Human papillomavirus-negative pharyngeal 
cancer. J Clin Oncol (2015) 33:3251. doi:10.1200/JCO.2015.60.7804 

7.	 Chakravarthy A, Henderson S, Thirdborough SM, Ottensmeier CH, Su X, 
Lechner M, et al. Human papillomavirus drives tumor development through-
out the head and neck: improved prognosis is associated with an immune 
response largely restricted to the oropharynx. J Clin Oncol (2016) 34:4132–41. 
doi:10.1200/JCO.2016.68.2955 

8.	 Dillon MT, Barker HE, Pedersen M, Hafsi H, Bhide SA, Newbold KL, et al. 
Radiosensitization by the ATR inhibitor AZD6738 through generation of 
acentric micronuclei. Mol Cancer Ther (2017) 16:25–34. doi:10.1158/1535-
7163.MCT-16-0239 

9.	 Vendetti FP, Lau A, Schamus S, Conrads TP, O’Connor MJ, Bakkenist CJ.  
The orally active and bioavailable ATR kinase inhibitor AZD6738 poten
tiates the anti-tumor effects of cisplatin to resolve ATM-deficient non-small 
cell lung cancer in  vivo. Oncotarget (2015) 6:44289–305. doi:10.18632/
oncotarget.6247 

10.	 Prevo R, Fokas E, Reaper PM, Charlton PA, Pollard JR, McKenna WG, et al. 
The novel ATR inhibitor VE-821 increases sensitivity of pancreatic cancer 
cells to radiation and chemotherapy. Cancer Biol Ther (2012) 13:1072–81. 
doi:10.4161/cbt.21093 

11.	 Fujisawa H, Nakajima NI, Sunada S, Lee Y, Hirakawa H, Yajima H, et  al. 
VE-821, an ATR inhibitor, causes radiosensitization in human tumor cells 
irradiated with high LET radiation. Radiat Oncol (2015) 10:175. doi:10.1186/
s13014-015-0464-y 

12.	 Fokas E, Prevo R, Pollard JR, Reaper PM, Charlton PA, Cornelissen B, et al. 
Targeting ATR in vivo using the novel inhibitor VE-822 results in selective 
sensitization of pancreatic tumors to radiation. Cell Death Dis (2012) 3: 
e441–441. doi:10.1038/cddis.2012.181

13.	 Shintani S, Mihara M, Li C, Nakahara Y, Hino S, Nakashiro K-I, et  al. 
Up-regulation of DNA-dependent protein kinase correlates with radiation 

resistance in oral squamous cell carcinoma. Cancer Sci (2003) 94:894–900. 
doi:10.1111/j.1349-7006.2003.tb01372.x 

14.	 Bouchaert P, Guerif S, Debiais C, Irani J, Fromont G. DNA-PKcs expression 
predicts response to radiotherapy in prostate cancer. Int J Radiat Oncol Biol 
Phys (2012) 84:1179–85. doi:10.1016/j.ijrobp.2012.02.014 

15.	 Beskow C, Skikuniene J, Holgersson A, Nilsson B, Lewensohn R, Kanter L, 
et al. Radioresistant cervical cancer shows upregulation of the NHEJ proteins 
DNA-PKcs, Ku70 and Ku86. Br J Cancer (2009) 101:816–21. doi:10.1038/
sj.bjc.6605201 

16.	 Goodwin JF, Knudsen KE. Beyond DNA repair: DNA-PK function in cancer. 
Cancer Discov (2014) 4:1126–39. doi:10.1158/2159-8290.CD-14-0358 

17.	 Davidson D, Amrein L, Panasci L, Aloyz R. Small molecules, inhibitors of 
DNA-PK, targeting DNA repair, and beyond. Front Pharmacol (2013) 4:5. 
doi:10.3389/fphar.2013.00005 

18.	 Ciszewski WM, Tavecchio M, Dastych J, Curtin NJ. DNA-PK inhibition 
by NU7441 sensitizes breast cancer cells to ionizing radiation and doxoru-
bicin. Breast Cancer Res Treat (2014) 143:47–55. doi:10.1007/s10549-013- 
2785-6 

19.	 Cornell L, Munck JM, Alsinet C, Villanueva A, Ogle L, Willoughby CE, et al. 
DNA-PK-A candidate driver of hepatocarcinogenesis and tissue biomarker 
that predicts response to treatment and survival. Clin Cancer Res (2015) 
21:925–33. doi:10.1158/1078-0432.CCR-14-0842 

20.	 Tichy A, Durisova K, Salovska B, Pejchal J, Zarybnicka L, Vavrova J, et  al. 
Radio-sensitization of human leukaemic MOLT-4 cells by DNA-dependent 
protein kinase inhibitor, NU7441. Radiat Environ Biophys (2014) 53:83–92. 
doi:10.1007/s00411-013-0494-5 

21.	 Ceccaldi R, Rondinelli B, D’Andrea AD. Repair pathway choices and con
sequences at the double-strand break. Trends Cell Biol (2016) 26:52–64. 
doi:10.1016/j.tcb.2015.07.009 

22.	 Greco WR, Bravo G, Parsons JC. The search for synergy: a critical review  
from a response surface perspective. Pharmacol Rev (1995) 47:331–85. 

23.	 Jiang W, Crowe JL, Liu X, Nakajima S, Wang Y, Li C, et al. Differential phos-
phorylation of DNA-PKcs regulates the interplay between end-processing 
and end-ligation during nonhomologous end-joining. Mol Cell (2015) 58: 
172–85. doi:10.1016/j.molcel.2015.02.024 

24.	 An J, Huang Y-C, Xu Q-Z, Zhou L-J, Shang Z-F, Huang B, et al. DNA-PKcs 
plays a dominant role in the regulation of H2AX phosphorylation in res
ponse to DNA damage and cell cycle progression. BMC Mol Biol (2010) 11: 
18. doi:10.1186/1471-2199-11-18 

25.	 Borst GR, McLaughlin M, Kyula JN, Neijenhuis S, Khan A, Good J, et  al. 
Targeted radiosensitization by the Chk1 inhibitor SAR-020106. Int J Radiat 
Oncol Biol Phys (2013) 85:1110–8. doi:10.1016/j.ijrobp.2012.08.006 

26.	 Barker HE, Patel R, McLaughlin M, Schick U, Zaidi S, Nutting CM, et  al. 
CHK1 inhibition radiosensitizes head and neck cancers to paclitaxel-based 
chemoradiotherapy. Mol Cancer Ther (2016) 15:2042–54. doi:10.1158/1535-
7163.MCT-15-0998 

27.	 Patel R, Barker HE, Kyula J, McLaughlin M, Dillon MT, Schick U, et al. An 
orally bioavailable Chk1 inhibitor, CCT244747, sensitizes bladder and head 
and neck cancer cell lines to radiation. Radiother Oncol (2017) 122:470–5. 
doi:10.1016/j.radonc.2016.12.026 

https://www.frontiersin.org/Oncology/
https://www.frontiersin.org
https://www.frontiersin.org/oncology/archive
https://www.frontiersin.org/articles/10.3389/fonc.2018.00245/full#supplementary-material
https://www.frontiersin.org/articles/10.3389/fonc.2018.00245/full#supplementary-material
https://doi.org/10.1016/S1470-2045(10)
70290-4
https://doi.org/10.1016/S1470-2045(10)
70290-4
https://doi.org/10.3389/fonc.2016.00215
https://doi.org/10.1016/j.dnarep.2015.03.007
https://doi.org/10.1016/j.molcel.2010.09.019
https://doi.org/10.1016/j.molcel.2017.05.015
https://doi.org/10.1016/j.molcel.2017.05.015
https://doi.org/10.1200/JCO.2015.60.7804
https://doi.org/10.1200/JCO.2016.68.2955
https://doi.org/10.1158/1535-7163.MCT-16-0239
https://doi.org/10.1158/1535-7163.MCT-16-0239
https://doi.org/10.18632/oncotarget.6247
https://doi.org/10.18632/oncotarget.6247
https://doi.org/10.4161/cbt.21093
https://doi.org/10.1186/s13014-015-0464-y
https://doi.org/10.1186/s13014-015-0464-y
https://doi.org/10.1038/cddis.2012.181
https://doi.org/10.1111/j.1349-7006.2003.tb01372.x
https://doi.org/10.1016/j.ijrobp.2012.02.014
https://doi.org/10.1038/sj.bjc.6605201
https://doi.org/10.1038/sj.bjc.6605201
https://doi.org/10.1158/2159-8290.CD-14-0358
https://doi.org/10.3389/fphar.2013.00005
https://doi.org/10.1007/s10549-013-
2785-6
https://doi.org/10.1007/s10549-013-
2785-6
https://doi.org/10.1158/1078-0432.CCR-14-0842
https://doi.org/10.1007/s00411-013-0494-5
https://doi.org/10.1016/j.tcb.2015.07.009
https://doi.org/10.1016/j.molcel.2015.02.024
https://doi.org/10.1186/1471-2199-11-18
https://doi.org/10.1016/j.ijrobp.2012.08.006
https://doi.org/10.1158/1535-7163.MCT-15-0998
https://doi.org/10.1158/1535-7163.MCT-15-0998
https://doi.org/10.1016/j.radonc.2016.12.026


12

Hafsi et al. ATR DNA-PK RT

Frontiers in Oncology  |  www.frontiersin.org July 2018  |  Volume 8  |  Article 245

28.	 Harada A, Matsuzaki K, Takeiri A, Mishima M. The predominant role of  
apoptosis in γH2AX formation induced by aneugens is useful for distinguish-
ing aneugens from clastogens. Mutat Res Genet Toxicol Environ Mutagen 
(2014) 771:23–9. doi:10.1016/j.mrgentox.2014.05.010 

29.	 Ding D, Zhang Y, Wang J, Zhang X, Gao Y, Yin L, et al. Induction and inhi
bition of the pan-nuclear gamma-H2AX response in resting human peri
pheral blood lymphocytes after X-ray irradiation. Cell Death Discov (2016) 
2:16011. doi:10.1038/cddiscovery.2016.11 

30.	 Llovera L, Mansilla S, Portugal J. Apoptotic-like death occurs through a 
caspase-independent route in colon carcinoma cells undergoing mitotic 
catastrophe. Cancer Lett (2012) 326:114–21. doi:10.1016/j.canlet.2012.08.001 

31.	 Niikura Y, Dixit A, Scott R, Perkins G, Kitagawa K. BUB1 mediation of 
caspase-independent mitotic death determines cell fate. J Cell Biol (2007) 
178:283–96. doi:10.1083/jcb.200702134 

32.	 Kim H, George E, Ragland R, Rafial S, Zhang R, Krepler C, et al. Targeting 
the ATR/CHK1 axis with PARP inhibition results in tumor regression in 
BRCA-mutant ovarian cancer models. Clin Cancer Res (2017) 23:3097–108. 
doi:10.1158/1078-0432.CCR-16-2273 

33.	 Yazinski SA, Comaills V, Buisson R, Genois M-M, Nguyen HD, Ho CK, 
et al. ATR inhibition disrupts rewired homologous recombination and fork 
protection pathways in PARP inhibitor-resistant BRCA-deficient cancer  
cells. Genes Dev (2017) 31:318–32. doi:10.1101/gad.290957.116 

34.	 Murai J, Feng Y, Yu GK, Ru Y, Tang S-W, Shen Y, et al. Resistance to PARP 
inhibitors by SLFN11 inactivation can be overcome by ATR inhibition. 
Oncotarget (2016) 7:76534–50. doi:10.18632/oncotarget.12266 

35.	 Mohni KN, Thompson PS, Luzwick JW, Glick GG, Pendleton CS, Lehmann BD,  
et al. A synthetic lethal screen identifies DNA repair pathways that sensitize 
cancer cells to combined ATR inhibition and cisplatin treatments. PLoS  
One (2015) 10:e0125482. doi:10.1371/journal.pone.0125482 

36.	 Williamson CT, Miller R, Pemberton HN, Jones SE, Campbell J, Konde A, 
et  al. ATR inhibitors as a synthetic lethal therapy for tumours deficient in 
ARID1A. Nat Commun (2016) 7:13837. doi:10.1038/ncomms13837 

37.	 McLaughlin M, Barker HE, Khan AA, Pedersen M, Dillon M, Mansfield DC, 
et  al. HSP90 inhibition sensitizes head and neck cancer to platin-based 
chemoradiotherapy by modulation of the DNA damage response resulting 
in chromosomal fragmentation. BMC Cancer (2017) 17:86. doi:10.1186/
s12885-017-3084-0 

38.	 Zaidi S, McLaughlin M, Bhide SA, Eccles SA, Workman P, Nutting CM,  
et  al. The HSP90 inhibitor NVP-AUY922 radiosensitizes by abrogation of 
homologous recombination resulting in mitotic entry with unresolved DNA 
damage. PLoS One (2012) 7:e35436. doi:10.1371/journal.pone.0035436 

39.	 Buisson R, Boisvert JL, Benes CH, Zou L. Distinct but concerted roles of  
ATR, DNA-PK, and Chk1 in countering replication stress during S phase.  
Mol Cell (2015) 59:1011–24. doi:10.1016/j.molcel.2015.07.029 

40.	 Ragland RL, Patel S, Rivard RS, Smith K, Peters AA, Bielinsky AK, et al. RNF4 
and PLK1 are required for replication fork collapse in ATR-deficient cells. 
Genes Dev (2013) 27:2259–73. doi:10.1101/gad.223180.113 

41.	 Couch FB, Bansbach CE, Driscoll R, Luzwick JW, Glick GG, Betous R, et al. 
ATR phosphorylates SMARCAL1 to prevent replication fork collapse. Genes 
Dev (2013) 27:1610–23. doi:10.1101/gad.214080.113 

42.	 Toledo LI, Altmeyer M, Rask M-B, Lukas C, Larsen DH, Povlsen LK, et al.  
ATR prohibits replication catastrophe by preventing global exhaustion of  
RPA. Cell (2013) 155:1088–103. doi:10.1016/j.cell.2013.10.043 

43.	 Crasta K, Ganem NJ, Dagher R, Lantermann AB, Ivanova EV, Pan Y, et al. 
DNA breaks and chromosome pulverization from errors in mitosis. Nature 
(2012) 482:53–8. doi:10.1038/nature10802

44.	 Zhang C-Z, Spektor A, Cornils H, Francis JM, Jackson EK, Liu S, et  al. 
Chromothripsis from DNA damage in micronuclei. Nature (2015) 522:179–84. 
doi:10.1038/nature14493 

45.	 Deckbar D, Jeggo PA, Löbrich M. Understanding the limitations of radiation- 
induced cell cycle checkpoints. Crit Rev Biochem Mol Biol (2011) 46:271–83. 
doi:10.3109/10409238.2011.575764 

Conflict of Interest Statement: The Institute of Cancer Research and Royal 
Marsden have received funding for a phase I study of AZD6738, which is partially 
funded by AstraZeneca.

Copyright © 2018 Hafsi, Dillon, Barker, Kyula, Schick, Paget, Smith, Pedersen, 
McLaughlin and Harrington. This is an open-access article distributed under the 
terms of the Creative Commons Attribution License (CC BY). The use, distribution 
or reproduction in other forums is permitted, provided the original author(s) and the 
copyright owner are credited and that the original publication in this journal is cited, 
in accordance with accepted academic practice. No use, distribution or reproduction 
is permitted which does not comply with these terms.

https://www.frontiersin.org/Oncology/
https://www.frontiersin.org
https://www.frontiersin.org/oncology/archive
https://doi.org/10.1016/j.mrgentox.2014.05.010
https://doi.org/10.1038/cddiscovery.2016.11
https://doi.org/10.1016/j.canlet.2012.08.001
https://doi.org/10.1083/jcb.200702134
https://doi.org/10.1158/1078-0432.CCR-16-2273
https://doi.org/10.1101/gad.290957.116
https://doi.org/10.18632/oncotarget.12266
https://doi.org/10.1371/journal.pone.0125482
https://doi.org/10.1038/ncomms13837
https://doi.org/10.1186/s12885-017-3084-0
https://doi.org/10.1186/s12885-017-3084-0
https://doi.org/10.1371/journal.pone.0035436
https://doi.org/10.1016/j.molcel.2015.07.029
https://doi.org/10.1101/gad.223180.113
https://doi.org/10.1101/gad.214080.113
https://doi.org/10.1016/j.cell.2013.10.043
https://doi.org/10.1038/nature10802
https://doi.org/10.1038/nature14493
https://doi.org/10.3109/10409238.2011.575764
https://creativecommons.org/licenses/by/4.0/

	Combined ATR and DNA-PK Inhibition Radiosensitizes 
Tumor Cells Independently 
of Their p53 Status
	Introduction
	Materials and Methods
	Cell Culture Conditions
	Drugs and Irradiation
	Survival Assays
	Western Blotting
	Cell Cycle
	Confocal Microscopy
	Statistical Analysis

	Results
	AZD6738 and KU-0060648 Combination Results in Improved Radiosensitization
	AZD6738 and KU-0060648 Modulate Cell Cycle Progression After Radiation
	The Combination of AZD6738 and KU-0060648 With Radiation Increases the Sub-G1 Population
	AZD6738 Reduces RAD51 and γH2AX 
Foci Formation Induced by KU-0060648-Radiation Resulting in Increased 
Nuclear Fragmentation

	Discussion
	Author Contributions
	Acknowledgments
	Funding
	Supplementary Material


