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ABSTRACT

Background: Cyclic AMP (cAMP) signaling is activated by various hormones and 
neurotransmitters and regulates numerous physiological phenomena, including energy 
metabolism, gene expression, and proliferation. cAMP signaling plays a role in the repair 
of DNA damage, but its specific function is inconsistent in the literature. The present study 
aimed to investigate the mechanism of the different roles of cAMP signaling in DNA repair 
by analyzing the cell-type differences in the modulation of DNA repair by cAMP signaling 
following γ-ray irradiation.
Methods: cAMP signaling was activated in human malignant melanoma cells (SK-MEL-2 
and SK-MEL-28), human uterine cervical cancer cells (HeLa and SiHa) and human non-small 
cell lung cancer cells (H1299 and A549) by expressing a constitutively active mutant of the 
long-form stimulatory α subunit of GTP-binding protein or by treating with isoproterenol 
and prostaglandin E2 before γ-ray irradiation. DNA damage was quantitated by western blot 
analysis of γ-H2AX, and non-homologous end joining (NHEJ) was assessed by fluorescent 
reporter plasmid repair assay and immunofluorescence of microscopic foci of XRCC4 and 
DNA-ligase IV.
Results: cAMP signaling modulated DNA damage, apoptosis and the NHEJ repair following 
γ-ray irradiation differently depending upon the cell type. cAMP signaling regulated the 
phosphorylation of DNA-dependent protein kinase catalytic subunit (DNA-PKcs) at Ser2056 
and Thr2609 in cell-type-specific manners following γ-ray irradiation, an activity that was 
mediated by protein kinase A.
Conclusion: cAMP signaling modulates the NHEJ repair of γ-ray-induced DNA damage 
in melanoma cells, uterine cervical cancer cells and lung cancer cells in a cell-type-
specific manner, and the modulation is likely mediated by protein kinase A-dependent 
phosphorylation of DNA-PKcs. This study suggests that cell- and tissue-specific modulation 
of DNA damage repair by cAMP signaling may contribute to improve the therapeutic 
efficiency of radiation therapy.
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INTRODUCTION

The cyclic AMP (3′, 5′-cyclic adenosine monophosphate, cAMP) is a second messenger 
formed by adenylate cyclase following the stimulation of cells by many neurotransmitters 
and hormones. cAMP activates effector molecules such as cAMP-dependent protein kinase 
(protein kinase A, PKA), exchange protein directly activated by cAMP, and cyclic nucleotide-
gated ion channels. The effector molecules control a variety of physiological phenomena, 
including energy metabolism, gene expression, differentiation, proliferation, and apoptosis.1 
Abnormal alteration in cAMP signaling can result in various diseases, including endocrine 
disorders and cancer,2 and cAMP signaling is a potential target for developing new therapy 
for related diseases.3

Genomic DNA continuously encounters DNA injuries caused by various exogenous or endogenous 
insults, such as ionizing radiation, chemicals, and stalled replication. When DNA damage is not 
repaired correctly by cellular repair systems, they can cause mutations, chromosomal aberrations, 
aneuploidy, and cell death.4 The misrepaired DNA may induce cell death and numerous diseases, 
such as cancer and neurological disease.5 The most serious DNA injuries are DNA double-strand 
breaks (DSBs), and DSBs are fixed mainly by non-homologous end joining (NHEJ) across the cell 
cycle and homologous recombination at the S/M phase of cell cycle.6

cAMP signaling was found to be involved in DNA repair and the development of drug 
resistance to chemotherapeutic agents,7 to enhance the repair of cyclobutane pyrimidine 
dimers induced by ultraviolet (UV) radiation8 and to increase the levels of enzymes for base 
excision repair.9 cAMP signaling was also described to inhibit the base excision repair of 
8-oxo-deoxyguanosine induced by γ-ray irradiation10 and the NHEJ repair of DNA DSBs 
resulted from γ-radiation.11 However, the effect of cAMP on DNA repair is not consistent 
in the literature, and the mechanism underlying the different effects of cAMP remains 
unclarified. The different effects of cAMP signaling on DNA repair may result from the 
differences in factors such as DNA damaging agents, type of DNA damage, DNA repair 
mechanisms, and cell types. This study aimed to investigate the different mechanisms by 
which cAMP signaling modulates DNA repair by analyzing the cell-type-specific differences 
in the modulation of DNA repair by cAMP signaling following γ-ray irradiation.

METHODS

Cells, cell culture, and reagents
Human malignant melanoma cells (SK-MEL-28, male; SK-MEL-2, sex unknown), uterine 
cervical cancer cells (HeLa, female) and non-small cell lung cancer cells (A549, male; H1299, 
sex unknown) were obtained from the Korea Cell Line Bank (Seoul, Korea). SiHa human 
cervical cancer cells (female) were a gift of Dr. HD Youn (Seoul National University, Seoul, 
Korea). HeLa, SiHa and H1299 cells were grown in Dulbecco's modified Eagle's medium 
(DMEM), SK-MEL-2 and A549 cells were cultured in RPMI 1640, and SK-MEL-28 cells were 
cultured in Minimum Essential Medium (MEM). All the media contained 10% fetal bovine 
serum (Welgene, Gyeongsan, Korea) and 100 units/mL of penicillin/streptomycin (Welgene), 
and the cells were incubated at 37°C in a 5% CO2 incubator.

Prostaglandin E2 (PGE2) was purchased from Cayman Chemical (Ann Arbor, MI, USA), 
and okadaic acid was obtained from Tocris Bioscience (Bristol, UK). Isoproterenol, H-89, 
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dimethyl sulfoxide and 4′, 6-diamidino-2-phenylindole (DAPI) were purchased from Sigma-
Aldrich (St. Louis, MO, USA). N6-phenyladenosine-3′, 5′-cyclic monophosphate (6-Phe-
cAMP) was purchased from the Biological Life Science Institute (Bremen, Germany), and 
bovine serum albumin was obtained from Santa Cruz Biotechnology (Dallas, TX, USA).

Transfection and western blot analysis
Cells were transfected with expression plasmids using Lipofectamine 3000 (Invitrogen, 
CA, USA), and were exposed to γ-rays (5 Gy) as previously described.11 Antibodies against 
phosphorylated cAMP response element bind protein (p-CREB, Ser139), phosphorylated 
ataxia telangiectasia-mutated protein (p-ATM, Ser1981), and the catalytic subunit of DNA-
dependent protein kinase (DNA-PKcs) were obtained from Santa Cruz Biotechnology. 
Antibodies against p-H2AX (Ser133), phosphorylated PKA substrates, cleaved poly (ADP-
ribose) polymerase (PARP), and cleaved caspase-9 were purchased from Cell Signaling 
Technology (Beverly, MA, USA). An antibody against β-actin was purchased from Sigma-
Aldrich, and antibodies against DNA-PKcs phosphorylated at Thr2609 (T2609) and Ser2056 
(S2056) were purchased from Abcam (Cambridge, UK). The proteins were visualized 
using enhanced chemiluminescence (Thermo Fisher Scientific, Waltham, MA, USA), and 
the blot images were recorded using the LAS-3000 luminescent image analyzer (Fuji, 
Tokyo, Japan). The densities of the visualized bands were analyzed using Multi Gauge v.2.3 
software (Olympus, Tokyo, Japan), and the band densities were expressed as ratios of the 
corresponding control densities.

Analysis of NHEJ using fluorescent reporter plasmids and immunofluorescence 
microscopy
Analysis of NHEJ repair using the NHEJ reporter plasmid12 and immunofluorescence analysis 
of DNA-ligase IV and X-ray repair cross-complementing protein 4 (XRCC4) were carried out 
as described previously.11

Statistical analysis
All of the experiments were repeated at least three times independently, and the data 
were expressed as means and standard error. Statistical significance of the difference was 
analyzed using the nonparametric Mann-Whitney U test, and a P value ≤ 0.05 was considered 
statistically significant.

RESULTS

cAMP signaling modulates γ-ray-induced DNA damage and apoptosis 
differently depending upon the cell type
To explore the effect of cAMP signaling following DNA damage upon different cells, DNA 
damage following γ-ray irradiation after the activation of cAMP signaling was analyzed using 
melanoma cells, lung cancer cells, and uterine cervical cancer cells. Activation of cAMP 
signaling by pretreating melanoma cells (SK-MEL-2 and SK-MEL-28) and uterine cervical 
cancer cells (HeLa and SiHa) with PGE2 or isoproterenol decreased the levels of γ-H2AX, 
a biomarker for DNA damage, resulted from γ-ray irradiation (Fig. 1A and B). By contrast, 
activation of cAMP signaling in lung cancer cells (A549 cells and H1299 cells) augmented 
γ-H2AX levels (Fig. 1C). Thus, cAMP signaling has different effects on radiation-induced 
DNA damage depending upon the cell type.
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Next, we explored the effect of cAMP signaling on apoptosis caused by exposure to γ-rays in 
different cells. Activation of cAMP signaling in SK-MEL-28 melanoma cells and HeLa uterine 
cervical cancer cells with PGE2 reduced the cleavage of PARP and caspase-9 following γ-ray 
irradiation (Fig. 1D and E). Activation of cAMP signaling following the same treatment of 
A549 lung cancer cells augmented the cleavage of PARP and caspase-9 following irradiation 
(Fig. 1F). The results indicate that the cell-type-specific effects of cAMP signaling on DNA 
damage might result in the corresponding cell-type-specific effects on apoptosis.

cAMP signaling modulates the NHEJ repair of DNA damage resulted from 
γ-ray irradiation differently depending upon the cell type
To examine whether the different effects of cAMP signaling following DNA damage 
depending upon the cell types results from the modulation of DNA damage repair, the cAMP 
effect upon the disappearance of DNA damage following γ-ray irradiation was examined. 
Activation of cAMP signaling of SK-MEL-28 cells and HeLa cells by treating PGE2 at10 
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Fig. 1. Cell-type-specific modulation of γ-ray-induced DNA damage and apoptosis by cAMP signaling. (A) Effects of pretreatment with isoproterenol and PGE2 on 
γ-H2AX formation following γ-ray irradiation in human malignant melanoma cells. The empty bars present SK-MEL-2 cells, and the filled bars present SK-MEL-28 
cells. (B) Effects of PGE2 and isoproterenol on γ-H2AX formation following γ-ray irradiation in human uterine cervical cancer cells. The empty bars present HeLa 
cells, and the filled bars present SiHa cells. (C) Effects of PGE2 and isoproterenol on γ-H2AX formation following γ-ray irradiation of human non-small cell lung 
cancer cells. The empty bars present H1299 cells, and the filled bars present A549 cells. The cells pretreated with 1 μM isoproterenol (ISO) or 20 μM PGE2 for 
30 minutes were irradiated with γ-rays (5 Gy) and collected with a cell scraper after 1 h for analysis by western blotting. (D, E, F) PGE2 effects on the cleavage 
of PARP and caspase-9 following γ-ray irradiation in SK-MEL-28 cells (D), HeLa cells (E), and A549 cells (F). The cells pretreated with PGE2 (20 μM, 30 minutes) 
were irradiated with γ-rays (5 Gy) and collected with a cell scraper after 24 hours (A549 and HeLa) or 48 hours (SK-MEL-28) for analysis by western blotting. The 
empty bars shows cleaved PARP, and the filled bars shows cleaved caspase-9. The means ± standard error calculated from the three independent experiments 
were presented as columns. The asterisk (*) denotes statistically significant differences compared with the respective control (P ≤ 0.05, Mann-Whitney U test).
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minutes after γ-ray irradiation accelerated the disappearance of γ-H2AX (Fig. 2A and B), but 
the same pretreatment of A549 cells delayed the disappearance of γ-H2AX (Fig. 2C). This 
finding indicates that the cell-type-specific effect of cAMP signaling upon DNA damage 
might result from the cell-type-specific modulation of cAMP signaling upon DNA repair.

Next, the effect of cAMP signaling upon NHEJ activity, a major mechanism for DNA DSB 
repair, was tested in different cell types. Activation of cAMP signaling by expressing a 
constitutively active mutant of the long-form stimulatory α subunit of GTP-binding protein 
(GαsQL) in SK-MEL-28 and HeLa cells increased NHEJ efficiency assessed using fluorescent 
reporter plasmids, but the expression of GαsQL in A549 cells decreased NHEJ efficiency in 
the fluorescent reporter assay (Fig. 2D and Supplementary Fig. 1).

Then, to study how cAMP signaling modulates NHEJ differently, the recruitment of XRCC4 
and DNA-ligase IV, key molecules in NHEJ, following γ-ray irradiation after stimulation 
of cAMP signaling was examined. Pretreatment with PGE2 augmented the foci formation 
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Fig. 2. Cell-type-specific modulation of NHEJ repair by cAMP signaling. (A, B, C) Effects of cAMP signaling upon the disappearance of γ-H2AX formed by γ-ray 
irradiation in SK-MEL-28 cells (A), HeLa cells (B), and A549 cells (C). The cells were irradiated with γ-ray, then incubated for 10 min before PGE2 treatment and 
collected at the presented time points for analysis by western blotting. The empty circles present vehicle-stimulated control cells, and the filled circles present 
PGE2- stimulated cells. (D) cAMP signaling effects upon NHEJ repair efficiency. The cells were cotransfected with GαsQL and SceI-linearized GFP fluorescent 
reporter plasmids using Lipofectamine 3000 and harvested after 24 hours for flow cytometric analysis. The NHEJ repair efficiencies were determined as the 
ratios of green fluorescence emitted from the repaired reporter plasmid to the red fluorescence emitted from the DsRed control plasmid. (E, F, G) PGE2 effects 
upon the recruitment of XRCC4 and DNA-ligase IV after exposure to γ-rays of SK-MEL-28 cells (E), HeLa cells (F), and A549 cells (G). The empty bars present 
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of XRCC4 and DNA-ligase IV at DSB sites in SK-MEL-28 and HeLa cells (Fig. 2E and F; 
Supplementary Figs. 2 and 3), but the same pretreatment decreased the foci formation in 
A549 cells (Fig. 2G; Supplementary Fig. 4).

These results show that cAMP signaling exerts cell-type-specific effects on the NHEJ repair of 
DNA damage following exposure to γ-rays.

cAMP signaling regulates the phosphorylation of DNA-PKcs cell-type 
specifically following exposure to γ-rays
To probe the mechanisms by which cAMP signaling modulates NHEJ repair differently, we 
analyzed the effects of cAMP signaling upon the phosphorylation of DNA-PKcs, the catalytic 
subunit of DNA-dependent protein kinase (DNA-PK), a major enzyme in NHEJ. The DNA-
PKcs phosphorylation is implied to regulate enzyme activation, processing of DNA ends, 
and DNA ligation. Activation of cAMP signaling in SK-MEL-28 melanoma and HeLa uterine 
cervical cancer cells by pretreatment with PGE2 increased the phosphorylation of DNA-PKcs 
on T2609 and the activating phosphorylation of ATM on S1981 (Fig. 3A and B). Pretreatment 
of SK-MEL-28 and HeLa cells with okadaic acid, a protein phosphatase 2A inhibitor, further 
increased the PGE2-induced phosphorylation of DNA-PKcs on T2609 and ATM on S1981  
(Fig. 3A and B). By contrast, the activation of cAMP signaling in A549 lung cancer cells 
using PGE2 decreased both the phosphorylation of DNA-PKcs on T2609 and ATM on 
S1981 (Fig. 3C). The effects of cAMP on the phosphorylation of DNA-PKcs on T2609 and 
phosphorylation of ATM on 1981 were abolished by treatment with okadaic acid in A549 cells 
(Fig. 3C). The results shows that cAMP signaling decreases the phosphorylation of DNA-PKcs 
on T2609 through PP2A- and ATM-dependent pathways in lung cancer cells but increases the 
phosphorylation of DNA-PKcs on T2609 through PP2A-independent pathways in melanoma 
and cervical cancer cells. Additionally, the activation of cAMP signaling by treatment with 
PGE2 reduced the γ-ray-induced phosphorylation of DNA-PKcs on S2056 in SK-MEL-28 and 
HeLa cells but increased the phosphorylation in A549 cells (Fig. 3D and E).

These results shows that cAMP signaling modulates the radiation-induced phosphorylation 
of DNA-PKcs differently depending upon the cell type, suggesting that the cell-type-specific 
modulation of NHEJ repair by cAMP signaling might be mediated by the cell-type-specific 
modulation of cAMP signaling by DNA-PKcs phosphorylation.

PKA mediates the cell-type-specific phosphorylation of DNA-PKcs by cAMP 
signaling following exposure to γ-rays
To probe the molecules that mediate the cell-type-specific modulation of NHEJ repair by 
cAMP, the role of PKA, a major effector of cAMP signaling, was analyzed. Inhibition of PKA 
by treating with H-89, a PKA-specific inhibitor, abolished both the stimulatory effect of 
PGE2 upon the phosphorylation on T2609 induced by γ-ray irradiation in HeLa cells and 
SK-MEL-28 cells and the inhibitory effect of PGE2 upon the phosphorylation of DNA-PKcs on 
T2609 in A549 cells (Fig. 4A-C). PKA activation by treating with 6-Phe-cAMP, a PKA-specific 
activator, increased the phosphorylation at T2609 in SK-MEL-28 cells and HeLa cells but 
inhibited it in A549 cells, in a similar pattern to that with PGE2 treatment (Fig. 4A-C).

Inhibition of PKA by H-89 treatment blocked both the stimulatory role of PGE2 upon the 
recruitment of XRCC4 and DNA-ligase IV to DSB foci in HeLa and SK-MEL-28 cells, and the 
inhibitory effect of PGE2 upon the recruitment in A549 cells (Fig. 4D-G).
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These results indicate that the cell-type-specific modulation of NHEJ repair by cAMP signaling 
might be mediated by PKA in melanoma cells, uterine cervical cancer cells and lung cancer cells.

DISCUSSION

The present aimed to investigate whether cAMP signaling modulates DNA repair differently 
depending on the cell type, and we found that cAMP signaling modulates the NHEJ repair of 
DNA DSBs induced by γ-ray irradiation in malignant melanoma cells, uterine cervical cancer 
cells, and lung cancer cells and that the cell type specificity might be mediated by PKA-
dependent phosphorylation of DNA-PKcs.

cAMP signaling was found to modulate the NHEJ repair of DNA damage resulted from 
γ-ray irradiation differently depending upon the cell type. Activation of cAMP signaling 
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of malignant melanoma cells and uterine cervical cancer cells by treatment with PGE2 
or isoproterenol decreased DNA damage, as assessed by the γ-H2AX assay following 
γ-ray irradiation, accelerated the disappearance of γ-H2AX, increased NHEJ efficiency, as 
determined using fluorescent reporter plasmids, stimulated the recruitment of XRCC4 
and DNA-ligase IV, major players in NHEJ, to DSB foci, and decreased apoptosis. By 
contrast, activation of cAMP signaling in lung cancer cells increased DNA DSBs, delayed the 
disappearance of γ-H2AX, decreased NHEJ efficiency, reduced the recruitment of XRCC4 and 
DNA-ligase IV, and augmented apoptosis resulting from exposure to γ-rays.

The present study showed that cAMP signaling modulates NHEJ repair differently depending 
on the cell type and modulates DNA repair similarly in cells of similar origin, such as lung 
cancer cells (A549 cells and H1299), melanoma cells (SK-MEL-2 and SK-MEL-28) and cervical 
cancer cells (HeLa and SiHa). This study compared the NHEJ in the different cells following 
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Fig. 4. Mediation of cell-type-specific effects of cAMP by PKA on the phosphorylation of DNA-PKcs at T2609. (A, B, C) Effects of PGE2, H-89 and 6-Phe-cAMP 
on T2609 phosphorylation resulting from exposure to γ-rays in SK-MEL-28 cells (A), HeLa cells (B), and A549 cells (C). (D) Confocal images of DNA-ligase IV 
recruited to DSBs following γ-ray irradiation in SK-MEL-28 cells, HeLa cells and A549 cells. (E, F, G) Effects of PGE2 and H-89 on DNA-ligase IV foci per cell, 
obtained from the images in D of SK-MEL-28 cells (E), HeLa cells (F) and A549 cells (G). The cells were incubated with PGE2 after pretreatment with 20 μM H-89 
for 30 minutes or were treated with 50 μM 6-Phe-cAMP for 30 minutes. Next, the cells were exposed to γ-rays, and collected after 1 hour for analysis by western 
blotting or confocal microscopy. Green color represents XRCC4 and DNA-Ligase IV, and blue color represents DAPI stained nucleus (100-fold amplification). 
The means ± standard error calculated from the three independent experiments were presented as columns. An asterisk (*) denotes statistically significant 
differences compared with the irradiated control, and a double asterisk (**) denotes statistically significant differences compared with the PGE2- stimulated 
cells (P ≤ 0.05, Mann-Whitney U test).
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the same treatment with PGE2 and γ-ray irradiation. The cell-type-specific modulation 
of cAMP signaling of DNA repair seems to result in the cell-type-specific modulation of 
apoptosis: cAMP signaling stimulated NHEJ repair and inhibited apoptosis in γ-ray-irradiated 
melanoma cells and cervical cancer cells, whereas cAMP signaling inhibited NHEJ and 
stimulated apoptosis resulting from γ-ray irradiation in lung cancer cells. Comparable 
cell-type-specific regulation by cAMP signaling has already been described in cellular 
proliferation and apoptosis.13-15 The cell-type-specific regulation by cAMP signaling is 
speculated to result from cell-type-specific expression of various proteins that function in 
cAMP signaling, DNA repair, proliferation, and apoptosis. However, more extensive studies 
on the modulation of NHEJ and other DNA repair mechanisms by cAMP signaling using 
various cell types are needed to generalize the cell-type-specific modulation of DNA repair by 
cAMP signaling.

The roles of cAMP signaling in DNA repair have been reported in melanocytes and melanoma 
cells. Melanocyte-stimulating hormones (MSHs) bind to and activate melanocortin 
receptors, which activate cAMP signaling in melanoma cells and melanocytes. Activated 
cAMP signaling leads to the acceleration of nucleotide excision repair to remove DNA 
photoproducts caused by UV light independent of pigmentation16,17 and cisplatin-induced 
DNA adducts.18 Our study indicates that cAMP signaling also stimulates the NHEJ repair 
of radiation-generated DSBs in melanoma cells, a finding similar to the report that MSH 
prevented the reactive oxygen species-induced increase in γ-H2AX in melanoma cells.19 
Thus, cAMP signaling seems to stimulate the nucleotide excision repair of UV-induced DNA 
damage and NHEJ of γ-ray-induced DNA damage in melanocytes and melanoma cells.

Most uterine cervical cancers are associated with infections of high-risk human 
papillomavirus (HPV).20 HPV oncogenes, E5, E6 and E7, can stimulate the cyclooxygenase-
prostaglandin pathway, which controls inflammation and carcinogenesis, by elevating 
the expression of cyclooxygenases and cAMP-linked PGE2 receptors, resulting in chronic 
inflammation and cervical carcinogenesis.21-23 Treatment of cervical cancer cells with 
lactate was reported to enhance the repair of DNA damage resulted from treatment 
with neocarzinostatin, doxorubicin and cisplatin.24 Because lactate receptor (HCAR1 or 
G-protein-coupled receptor 81, GPR81), was reported to inhibit adenylate cyclase, cAMP 
signaling might mediate the lactate effects on DNA repair.25 However, the role of cAMP 
upon DNA repair in cervical cancer cells remained unclarified. Thus, to our best knowledge, 
we showed the stimulatory effect of cAMP signaling on the NHEJ repair of DSBs following 
γ-ray irradiation in cervical cancer cells for the first time. The finding that cAMP inhibits 
γ-ray-induced apoptosis in cervical cancer cells, together with the report that cAMP signaling 
inhibits the apoptosis in cervical cancer cells resulting from cisplatin treatment,26 suggests 
common mechanisms for cAMP signaling to modulate DNA repair and apoptosis following 
γ-ray radiation and cisplatin treatment in cervical cancer cells.

cAMP signaling was reported to repress base excision repair10 and NHEJ repair11 of DNA 
damage caused by exposure of lung cancer cells to γ-rays and to augment radiation-generated 
apoptosis in lung cancer cells.27 These reports completely agree with and support our finding 
that cAMP signaling modulates the NHEJ repair of DNA damage and apoptosis following 
γ-ray irradiation.

We also found that the cell-type specificity might be mediated by the PKA-dependent 
phosphorylation of DNA-PKcs. This finding is derived from the results that cAMP differently 
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modulated the phosphorylation of DNA-PKcs following γ-ray irradiation depending on the 
cell type, that treatment with the PKA-specific activator induced similar phosphorylation 
patterns to those with PGE2 treatment and that the inhibition of PKA abolished the PGE2 
effects on the phosphorylation of DNA-PKcs and the recruitment of DNA-ligase IV and 
XRCC4 in all the cell types tested.

DNA-PKcs is phosphorylated at multiple threonine and serine residues by DNA-PK itself 
and many other protein kinases including ATM.28 The phosphorylation of DNA-PKcs in 
the ABCDE region containing T2609 and in the PQR region containing S2056 is suggested 
to affect DNA-PK activity and end processing of damaged DNA, resulting in the alteration 
of DNA repair activity.29 Differential phosphorylation of DNA-PKcs recruited to DNA ends 
functions as a molecular switch controlling end-processing and end ligation in NHEJ.30 
cAMP signaling was reported to modulate NHEJ repair and differential phosphorylation of 
DNA-PKcs on S2056 and T2609 lung cancer cells exposed to γ-rays.11 This study showed that 
cAMP signaling modulates the differential phosphorylation of DNA-PKcs at S2056 and T2609 
differently depending on the cell type (cervical cancer cells, lung cancer cells, and melanoma 
cells), likely resulting in the differential modulation of NHEJ repair activity depending upon 
the cell type. This study also indicated that PKA mediates the cell-type-specific modulation 
by cAMP of the differential phosphorylation of DNA-PKcs on S2056 and T2609 following 
exposure to γ-rays. cAMP signaling also inhibited T2609 phosphorylation in PP2A- and 
ATM-dependent pathways in lung cancer cells as reported previously11 and increased T2609 
phosphorylation in PP2A-independent pathways in cervical cancer cells and melanoma cells.

In summary, the present study showed that cAMP signaling modulates NHEJ repair in cell-
type-specific manners following γ-ray irradiation and that PKA mediates the differential 
phosphorylation of DNA-PKcs at T2609 and S2056 depending on the cell type. In melanoma 
and uterine cervical cancer cells, PKA activated by cAMP increases the phosphorylation of 
DNA-PKcs on T2609 with a concomitant decrease in S2056 phosphorylation, which might 
enhance DNA-PK activity to stimulate NHEJ repair. By contrast, in lung cancer cells, PKA 
decreases the phosphorylation of DNA-PKcs on T2609 with a concomitant increase in S2056 
phosphorylation, which might inhibit DNA-PK activity and delay NHEJ repair.

The finding that cAMP signaling modulates the repair of radiation-induced DNA damage in 
a cell type- and tissue-specific manner suggests that activity of cAMP signaling might affect 
the repair of DNA damage caused by radiotherapy to treat in cancer patients. Therefore, 
therapeutic efficiency of radiotherapy could be improved by modulating the activity of cAMP 
signaling to inhibit DNA repair of cancer cells or to stimulate DNA repair of normal tissues 
surrounding metastatic cancer cells.

In conclusion, cAMP signaling modulates the cell-type-specific NHEJ repair of γ-ray-induced 
DNA DSBs in melanoma cells, uterine cervical cancer cells and lung cancer cells, and these 
effects may be mediated by PKA-dependent, cell-type-specific differential phosphorylation 
of DNA-PKcs. This study suggests that the cell type- and tissue-specific modulation of DNA 
damage repair by cAMP signaling might be applied to improve the therapeutic efficiency of 
radiation therapy for cancer.
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SUPPLEMENTARY MATERIALS

Supplementary Fig. 1
Effects of GαsQL on NHEJ repair of I-SceI endonuclease-induced DSBs. The cells (A, 
SK-MEL-28 cells; B, HeLa cells; C, A549 cells) were cotransfected with GαsQL and GFP 
fluorescent reporter plasmids linearized by I-SceI endonuclease using Lipofectamine 3000, 
and harvested after 24 h for flow cytometric analysis.

Click here to view

Supplementary Fig. 2
Effects of PGE2 on the recruitment of XRCC4 and DNA-ligase IV following γ-ray irradiation 
in SK-MEL-28 cells. The cells were treated with. The cells were treated with 20 µM PGE2 for 
30 min before irradiation with γ-rays (5 Gy) and incubated for 1 h. The irradiated cells were 
harvested and reacted with antibodies against XRCC4 or DNA-ligase IV, followed by DAPI 
staining. The stained cells were analyzed by confocal microscopy. Green color represents 
XRCC4 and DNA-Ligase IV, and blue color represents DAPI stained nucleus (100-fold 
amplification).

Click here to view

Supplementary Fig. 3
Effects of PGE2 on the recruitment of XRCC4 and DNA-ligase IV following γ-ray irradiation in 
HeLa cells. The cells were treated with 20 μM PGE2 for 30 min before irradiation with γ-rays 
(5 Gy) and incubated for 1 h. The irradiated cells were harvested and reacted with antibodies 
against XRCC4 or DNA-ligase IV, followed by DAPI staining. The stained cells were analyzed 
by confocal microscopy. Green color represents XRCC4 and DNA-Ligase IV, and blue color 
represents DAPI stained nucleus (100-fold amplification).

Click here to view

Supplementary Fig. 4
Effects of PGE2 on the recruitment of XRCC4 and DNA-ligase IV following γ-ray irradiation 
in A549 cells. The cells were treated with 20 μM PGE2 for 30 minutes before irradiation with 
γ-rays (5 Gy) and incubated for 1 hour. The irradiated cells were harvested and reacted with 
antibodies against XRCC4 or DNA-ligase IV, followed by DAPI staining. The stained cells were 
analyzed by confocal microscopy. Green color represents XRCC4 and DNA-Ligase IV, and blue 
color represents DAPI stained nucleus (100-fold amplification).

Click here to view

REFERENCES

 1. Wahlang B, McClain C, Barve S, Gobejishvili L. Role of cAMP and phosphodiesterase signaling in liver 
health and disease. Cell Signal 2018;49:105-15. 
PUBMED | CROSSREF

 2. Gold MG, Gonen T, Scott JD. Local cAMP signaling in disease at a glance. J Cell Sci 2013;126(Pt 20):4537-43. 
PUBMED | CROSSREF

11/13https://jkms.org https://doi.org/10.3346/jkms.2020.35.e371

Cell-type-specific Modulation of NHEJ by cAMP

https://jkms.org/DownloadSupplMaterial.php?id=10.3346/jkms.2020.35.e371&fn=jkms-35-e371-s001.pdf
https://jkms.org/DownloadSupplMaterial.php?id=10.3346/jkms.2020.35.e371&fn=jkms-35-e371-s002.pdf
https://jkms.org/DownloadSupplMaterial.php?id=10.3346/jkms.2020.35.e371&fn=jkms-35-e371-s003.pdf
https://jkms.org/DownloadSupplMaterial.php?id=10.3346/jkms.2020.35.e371&fn=jkms-35-e371-s004.pdf
http://www.ncbi.nlm.nih.gov/pubmed/29902522
https://doi.org/10.1016/j.cellsig.2018.06.005
http://www.ncbi.nlm.nih.gov/pubmed/24124191
https://doi.org/10.1242/jcs.133751
https://jkms.org


 3. Hussain M, Tang F, Liu J, Zhang J, Javeed A. Dichotomous role of protein kinase A type I (PKAI) in the 
tumor microenvironment: a potential target for ‘two-in-one’ cancer chemoimmunotherapeutics. Cancer 
Lett 2015;369(1):9-19. 
PUBMED | CROSSREF

 4. Jackson SP, Bartek J. The DNA-damage response in human biology and disease. Nature 
2009;461(7267):1071-8. 
PUBMED | CROSSREF

 5. Mladenov E, Magin S, Soni A, Iliakis G. DNA double-strand-break repair in higher eukaryotes and its role 
in genomic instability and cancer: Cell cycle and proliferation-dependent regulation. Semin Cancer Biol 
2016;37-38:51-64. 
PUBMED | CROSSREF

 6. Davis AJ, Chen DJ. DNA double strand break repair via non-homologous end-joining. Transl Cancer Res 
2013;2(3):130-43.
PUBMED

 7. Liu B, Cvijic ME, Jetzt A, Chin KV. Cisplatin resistance and regulation of DNA repair in cAMP-dependent 
protein kinase mutants. Cell Growth Differ 1996;7(8):1105-12.
PUBMED

 8. Kadekaro AL, Kavanagh R, Kanto H, Terzieva S, Hauser J, Kobayashi N, et al. alpha-Melanocortin and 
endothelin-1 activate antiapoptotic pathways and reduce DNA damage in human melanocytes. Cancer Res 
2005;65(10):4292-9. 
PUBMED | CROSSREF

 9. Kadekaro AL, Chen J, Yang J, Chen S, Jameson J, Swope VB, et al. Alpha-melanocyte-stimulating hormone 
suppresses oxidative stress through a p53-mediated signaling pathway in human melanocytes. Mol Cancer 
Res 2012;10(6):778-86. 
PUBMED | CROSSREF

 10. Cho EA, Juhnn YS. The cAMP signaling system inhibits the repair of γ-ray-induced DNA damage by 
promoting Epac1-mediated proteasomal degradation of XRCC1 protein in human lung cancer cells. 
Biochem Biophys Res Commun 2012;422(2):256-62. 
PUBMED | CROSSREF

 11. Noh SE, Juhnn YS. Inhibition of non-homologous end joining of gamma ray-induced DNA double-strand 
breaks by cAMP signaling in lung cancer cells. Sci Rep 2020;10(1):14455. 
PUBMED | CROSSREF

 12. Seluanov A, Mittelman D, Pereira-Smith OM, Wilson JH, Gorbunova V. DNA end joining becomes less 
efficient and more error-prone during cellular senescence. Proc Natl Acad Sci U S A 2004;101(20):7624-9. 
PUBMED | CROSSREF

 13. Dumont JE, Jauniaux JC, Roger PP. The cyclic AMP-mediated stimulation of cell proliferation. Trends 
Biochem Sci 1989;14(2):67-71. 
PUBMED | CROSSREF

 14. Insel PA, Zhang L, Murray F, Yokouchi H, Zambon AC. Cyclic AMP is both a pro-apoptotic and anti-
apoptotic second messenger. Acta Physiol (Oxf ) 2012;204(2):277-87. 
PUBMED | CROSSREF

 15. Ladilov Y, Appukuttan A. Role of soluble adenylyl cyclase in cell death and growth. Biochim Biophys Acta 
2014;1842(12 Pt B):2646-55. 
PUBMED | CROSSREF

 16. Jarrett SG, Wolf Horrell EM, Christian PA, Vanover JC, Boulanger MC, Zou Y, et al. PKA-mediated 
phosphorylation of ATR promotes recruitment of XPA to UV-induced DNA damage. Mol Cell 
2014;54(6):999-1011. 
PUBMED | CROSSREF

 17. Wolf Horrell EM, Boulanger MC, D'Orazio JA. Melanocortin 1 Receptor: Structure, Function, and 
Regulation. Front Genet 2016;7:95. 
PUBMED | CROSSREF

 18. Jarrett SG, Carter KM, Shelton BJ, D'Orazio JA. The melanocortin signaling cAMP axis accelerates repair 
and reduces mutagenesis of platinum-induced DNA damage. Sci Rep 2017;7(1):11708. 
PUBMED | CROSSREF

 19. Castejón-Griñán M, Herraiz C, Olivares C, Jiménez-Cervantes C, García-Borrón JC. cAMP-independent 
non-pigmentary actions of variant melanocortin 1 receptor: AKT-mediated activation of protective 
responses to oxidative DNA damage. Oncogene 2018;37(27):3631-46. 
PUBMED | CROSSREF

12/13https://jkms.org https://doi.org/10.3346/jkms.2020.35.e371

Cell-type-specific Modulation of NHEJ by cAMP

http://www.ncbi.nlm.nih.gov/pubmed/26276720
https://doi.org/10.1016/j.canlet.2015.07.047
http://www.ncbi.nlm.nih.gov/pubmed/19847258
https://doi.org/10.1038/nature08467
http://www.ncbi.nlm.nih.gov/pubmed/27016036
https://doi.org/10.1016/j.semcancer.2016.03.003
http://www.ncbi.nlm.nih.gov/pubmed/24000320
http://www.ncbi.nlm.nih.gov/pubmed/8853907
http://www.ncbi.nlm.nih.gov/pubmed/15899821
https://doi.org/10.1158/0008-5472.CAN-04-4535
http://www.ncbi.nlm.nih.gov/pubmed/22622028
https://doi.org/10.1158/1541-7786.MCR-11-0436
http://www.ncbi.nlm.nih.gov/pubmed/22575451
https://doi.org/10.1016/j.bbrc.2012.04.139
http://www.ncbi.nlm.nih.gov/pubmed/32879366
https://doi.org/10.1038/s41598-020-71522-9
http://www.ncbi.nlm.nih.gov/pubmed/15123826
https://doi.org/10.1073/pnas.0400726101
http://www.ncbi.nlm.nih.gov/pubmed/2539663
https://doi.org/10.1016/0968-0004(89)90046-7
http://www.ncbi.nlm.nih.gov/pubmed/21385327
https://doi.org/10.1111/j.1748-1716.2011.02273.x
http://www.ncbi.nlm.nih.gov/pubmed/25010002
https://doi.org/10.1016/j.bbadis.2014.06.034
http://www.ncbi.nlm.nih.gov/pubmed/24950377
https://doi.org/10.1016/j.molcel.2014.05.030
http://www.ncbi.nlm.nih.gov/pubmed/27303435
https://doi.org/10.3389/fgene.2016.00095
http://www.ncbi.nlm.nih.gov/pubmed/28916831
https://doi.org/10.1038/s41598-017-12056-5
http://www.ncbi.nlm.nih.gov/pubmed/29622793
https://doi.org/10.1038/s41388-018-0216-1
https://jkms.org


 20. Schiffman M, Castle PE, Jeronimo J, Rodriguez AC, Wacholder S. Human papillomavirus and cervical 
cancer. Lancet 2007;370(9590):890-907. 
PUBMED | CROSSREF

 21. Sales KJ, Katz AA, Howard B, Soeters RP, Millar RP, Jabbour HN. Cyclooxygenase-1 is up-regulated in 
cervical carcinomas: autocrine/paracrine regulation of cyclooxygenase-2, prostaglandin e receptors, and 
angiogenic factors by cyclooxygenase-1. Cancer Res 2002;62(2):424-32.
PUBMED

 22. Oh JM, Kim SH, Lee YI, Seo M, Kim SY, Song YS, et al. Human papillomavirus E5 protein induces 
expression of the EP4 subtype of prostaglandin E2 receptor in cyclic AMP response element-dependent 
pathways in cervical cancer cells. Carcinogenesis 2009;30(1):141-9. 
PUBMED | CROSSREF

 23. Adefuye A, Sales K. Regulation of inflammatory pathways in cancer and infectious disease of the cervix. 
Scientifica (Cairo) 2012;2012:548150. 
PUBMED | CROSSREF

 24. Wagner W, Ciszewski WM, Kania KD. L- and D-lactate enhance DNA repair and modulate the resistance 
of cervical carcinoma cells to anticancer drugs via histone deacetylase inhibition and hydroxycarboxylic 
acid receptor 1 activation. Cell Commun Signal 2015;13(1):36. 
PUBMED | CROSSREF

 25. Morland C, Lauritzen KH, Puchades M, Holm-Hansen S, Andersson K, Gjedde A, et al. The lactate 
receptor, G-protein-coupled receptor 81/hydroxycarboxylic acid receptor 1: Expression and action in 
brain. J Neurosci Res 2015;93(7):1045-55. 
PUBMED | CROSSREF

 26. Cho EA, Oh JM, Kim SY, Kim Y, Juhnn YS. Heterotrimeric stimulatory GTP-binding proteins inhibit 
cisplatin-induced apoptosis by increasing X-linked inhibitor of apoptosis protein expression in cervical 
cancer cells. Cancer Sci 2011;102(4):837-44. 
PUBMED | CROSSREF

 27. Cho EA, Kim EJ, Kwak SJ, Juhnn YS. cAMP signaling inhibits radiation-induced ATM phosphorylation 
leading to the augmentation of apoptosis in human lung cancer cells. Mol Cancer 2014;13(1):36. 
PUBMED | CROSSREF

 28. Jette N, Lees-Miller SP. The DNA-dependent protein kinase: A multifunctional protein kinase with roles 
in DNA double strand break repair and mitosis. Prog Biophys Mol Biol 2015;117(2-3):194-205. 
PUBMED | CROSSREF

 29. Neal JA, Meek K. Choosing the right path: does DNA-PK help make the decision? Mutat Res 2011;711(1-2): 
73-86. 
PUBMED | CROSSREF

 30. Jiang W, Crowe JL, Liu X, Nakajima S, Wang Y, Li C, et al. Differential phosphorylation of DNA-PKcs 
regulates the interplay between end-processing and end-ligation during nonhomologous end-joining. Mol 
Cell 2015;58(1):172-85. 
PUBMED | CROSSREF

13/13https://jkms.org https://doi.org/10.3346/jkms.2020.35.e371

Cell-type-specific Modulation of NHEJ by cAMP

http://www.ncbi.nlm.nih.gov/pubmed/17826171
https://doi.org/10.1016/S0140-6736(07)61416-0
http://www.ncbi.nlm.nih.gov/pubmed/11809691
http://www.ncbi.nlm.nih.gov/pubmed/18849297
https://doi.org/10.1093/carcin/bgn236
http://www.ncbi.nlm.nih.gov/pubmed/24278714
https://doi.org/10.6064/2012/548150
http://www.ncbi.nlm.nih.gov/pubmed/26208712
https://doi.org/10.1186/s12964-015-0114-x
http://www.ncbi.nlm.nih.gov/pubmed/25881750
https://doi.org/10.1002/jnr.23593
http://www.ncbi.nlm.nih.gov/pubmed/21255191
https://doi.org/10.1111/j.1349-7006.2011.01883.x
http://www.ncbi.nlm.nih.gov/pubmed/24568192
https://doi.org/10.1186/1476-4598-13-36
http://www.ncbi.nlm.nih.gov/pubmed/25550082
https://doi.org/10.1016/j.pbiomolbio.2014.12.003
http://www.ncbi.nlm.nih.gov/pubmed/21376743
https://doi.org/10.1016/j.mrfmmm.2011.02.010
http://www.ncbi.nlm.nih.gov/pubmed/25818648
https://doi.org/10.1016/j.molcel.2015.02.024
https://jkms.org

	Cell-type-specific Modulation of Non-homologous End Joining of Gamma Ray-induced DNA Double-strand Breaks by cAMP Signaling in Human Cancer Cells
	SUPPLEMENTARY MATERIAL
	Supplementary Table 1

	INTRODUCTION
	METHODS
	Transfection and western blot analysis
	Analysis of NHEJ using fluorescent reporter plasmids and immunofluorescence microscopy
	Statistical analysis

	RESULTS
	cAMP signaling modulates the NHEJ repair of DNA damage resulted from γ-ray irradiation differently depending upon the cell type
	cAMP signaling regulates the phosphorylation of DNA-PKcs cell-type specifically following exposure to γ-rays
	PKA mediates the cell-type-specific phosphorylation of DNA-PKcs by cAMP signaling following exposure to γ-rays

	DISCUSSION
	SUPPLEMENTARY MATERIALS
	Supplementary Fig. 1
	Supplementary Fig. 2
	Supplementary Fig. 3
	Supplementary Fig. 4

	REFERENCES


