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ABSTRACT  

Autophagy is important in regulating the balance between cell death and survival, with the tumor 

suppressor p53 as one of the key components in this interplay. We have previously utilized an in 

vitro model of the most common form of childhood cancer, B cell precursor acute lymphoblastic 

leukemia (BCP-ALL), to show that activation of the cAMP signaling pathway inhibits p53-

mediated apoptosis in response to DNA damage in both cell lines and primary leukemic cells. The 

present study reveals that cAMP-mediated survival of BCP-ALL cells exposed to DNA damaging 

agents, involves a critical and p53-independent enhancement of autophagy. Although autophagy 

generally is regarded as a survival mechanism, DNA damage-induced apoptosis has been linked 

both to enhanced and reduced levels of autophagy. Here we show that exposure of BCP-ALL cells 

to irradiation or cytotoxic drugs triggers autophagy and cell death in a p53-dependent manner. 

Stimulation of the cAMP signaling pathway further augments autophagy and inhibits the DNA 

damage-induced cell death concomitant with reduced nuclear levels of p53. Knocking-down the 

levels of p53 reduced the irradiation-induced autophagy and cell death, but had no effect on the 

cAMP-mediated autophagy. Moreover, prevention of autophagy by bafilomycin A1 or by the ULK-

inhibitor MRT68921, diminished the protecting effect of cAMP signaling on DNA damage-induced 

cell death. Having previously proposed a role of the cAMP signaling pathway in development and 

treatment of BCP-ALLs, we here suggest that inhibitors of autophagy may improve current DNA 

damage-based therapy of BCP-ALL - independent of p53  
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1. INTRODUCTION 

1.1 B cell precursor acute lymphoblastic leukemia.  
B cell precursor acute lymphoblastic leukemia (BCP-ALL, hereafter named ALL) is the most com-

mon form of cancer in children. It accounts for 80% of pediatric leukemias, and it is a type of can-

cer originating from B cell precursors in the bone marrow. The etiology is unknown, but there are 

disposing factors like Downs syndrome, immunodeficiencies and high levels of radiation in utero. 

Incidence of ALL peaks at age 2-5 years. Presentation of ALL in children can manifest in several 

ways and not necessarily with an acute start. Common symptoms include signs of reduced general 

condition, increasing fatigue, anorexia, reduced activity, muscle and bone pains and an ill-looking 

appearance. Many symptoms can be ascribed myelosuppression, that result in anaemia, neutropenia, 

and thrombocytopenia, clinically manifested as pallor and lethargy. Infections, fever, lymphade-

nopathy, bruising and nosebleeds are common. Like most cancer forms, ALL has the potential to 

disseminate to other organs.  Infiltration of reticulo-endothelial organs leads to hepatosplenomegaly 

with abdominal pains, whereas dyspnea occurs upon lung-infiltration. Central nervous system 

(CNS)-leukemia, although rarely present at diagnosis, most often occurs at relapse and can give 

headache, neck-stiffness, vomiting and other neurological symptoms (1).  

Diagnosis of ALL is made by direct bone-marrow analysis, upon suspicion from the clinical presen-

tation and an indicative blood status (anaemia, neutropenia and thrombocytopenia). Finding >25% 

blasts in a bone marrow sample indicates ALL. Immunophenotyping and cytogenetic analysis are 

made to further sub-classify the type of ALL. Patients with ALL are risk-stratified according to the 

WHO classification system for acute leukemias, and the treatment administered is adjusted accord-

ingly. The risk groups are divided into low-, average-, high-, very high-, and special groups based 

on the number of white blood cells detected at diagnosis, response to therapy, infiltration of CNS or 

testes and cytogenetic profile.(2) 

Treatment is divided into three phases; induction, consolidation and sustaining. Prognosis is influ-

enced by the age of the patient, tumour load, cytogenetic abnormalities, response to initial chemo-

therapy and minimal residual disease assessment (MRD)(3). The latter is detected by polymerase 

chain reaction (PCR) after induction therapy. Correct classification is important to overcome thera-

py-resistance and risk of relapse, especially for the poor prognostic subgroups of ALL. 
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Thanks to improved combinational chemotherapeutic treatment over the last 20 years, the prognosis 

is generally good for children with ALL.  The 5-year survival is now close to 90 %, although the 

prognosis varies with different cytogenetical subgroups. For instance is hyperdiploidity (> 50 chro-

mosomes) a good prognostic indicator, whereas hypodiploidity (<44 chromosomes) is associated 

with poorer outcomes. Structural abnormalities such as translocations, deletions, insertions and in-

versions can cause instability, influencing the level of malignancy. The t(12;21) translocation creat-

ing the fusion-gene ETV6-RUNX1 is favourable, whereas the Philadelphia chromosome t(9;22) 

BCR/ABL1 rearrangement, the t(4;11)KMT2A (MLL) rearrangement and iAMP21 (intrachromo-

somal amplification of chromosome 21) are considered as unfavourable features (4). 

 The treatment of ALL is extensive, with a duration of two and a half years.  In Norway all children 

diagnosed with ALL are treated according to common nordic guidelines, the NOPHO-protocol 

(Nordisk forening for pediatrisk hematologi og onkologi (5) 

Treatment aims to obtain rapid and continuous remission while minimizing the side effects of the 

treatment. Late complications related to exposure to chemotherapy and radiation are common, often 

presenting between 10-40 years after treatment (3). The CNS is especially vulnerable leading to 

conditions such as reduced cognitive function and psychiatric diseases, motor disturbances, hearing 

loss and damage to the eyes. Other common side-effects include heart-, lung- and metabolic diseas-

es, such as lack of growth hormones, overweight, reduced fertility, osteoporosis, odontological con-

ditions, and secondary malignancies. Following up and preventing the late effects in patients receiv-

ing treatment is important (3). 

1.2 DNA-damage responses   
Conventional treatment of ALL is multimodal chemotherapy. The main antineoplastic drugs used 

are vincristine, doxorubicin, 6-mercaptopurine and methotrexate. The vinca-alkaloid vincristine is 

an anti-mitotic agent that inhibits metaphase by binding to tubulin protein leading the cell into 

apoptosis. Doxorubicin is an anthracyklin inhibitor that intercalates DNA and inhibits topoisomer-

ase-II leading to DNA damage. 6-Mercaptopurine is a purine antagonist and inhibits DNA and 

RNA synthesis. Methotrexate is a folate antimetabolite and inhibits that synthesis, repair of DNA 

and cellular replication.(6) DNA damaging irradiation is used only for treating CNS infiltrations in 

pediatric ALL patients (5).  

Cells have specialized repair pathways to help maintaining genome integrity, and DNA damaging 

chemotherapy and irradiation must overcome these barriers to kill the cancer cells.  DNA lesions 
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trigger multiple signaling-cascades, collectively termed DNA damage response (DDR), that regu-

late activation of cell cycle checkpoints and trigger arrest, repair and resumption or even result in 

cellular apoptosis if the damage persists (7). When DNA is damaged, for instance by ionizing radia-

tion causing double strand breaks (DSB), the serine threonine kinases ATM (ataxia telangiectasia 

mutated)-protein or ATR (ataxia telangiectasia and rad3-related protein) are recruited and activated. 

They will then activate checkpoint kinases 1 or 2 (Chk1/2), that in turn will phosphorylate a number 

of substrates. Among these targets is the p53 protein, which will then change conformation from an 

inactive HDM2-bound state and accumulate within the cell. Usually, p53 is bound to HDM2, and 

targeted for ubiquitination and proteosomal degradation; therefore the p53 levels remain low. The 

p53 protein is an important regulator in the DDR-response. It is a tumor suppressor also called 

“guardian of the genome”, because of its decisive role in maintaining genome integrity (8). P53 will 

halt the cell cycle until DNA breaks are repaired, it will induce the DNA-repair-machinery, and it 

will induce pro-apoptotic responses if the DNA damage is not repaired (9). All of these effects are 

mediated by nuclear p53 acting as a transcription factor.  

 

 

 

 

 

 

 

 

 

 

 

 

 

Figure 1: Schematic presentation of the DNA-damage response. (10) 
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The DNA-damage response (DDR) is aberrantly regulated in cancer cells, often due to mutations in 

the genes encoding the DDR components (11). The p53 gene itself is for instance mutated in more 

than 50 % of cancers (12), resulting in cells surviving with chromosomal aberration.(13) Subtypes 

of paediatric ALLs present with wild-type p53 (14). P53 protein levels are kept low due to overex-

pression of the E3 ligase HDM2 resulting in proteasomal degradation of the p53 protein. Treatment 

resistance in ALL is associated with a phenotype of non-functional p53 and P53 mutations are fre-

quent finding in relapsed cases (15, 16).   

1.3 Autophagy - guardian of the proteome 
Besides p53, autophagy has profound effects on cancer cell survival. It is a physiological process 

with the purpose of maintaining cellular homeostasis by removal of damaged proteins and orga-

nelles in cells exposed to stressful conditions. (17)  Initiation of a membraneous structure, the phag-

ophore, grows and becomes a double-membraned autophagosome. (17) Cell organelles and proteins 

targeted for degradation are encapsulated into the autophagosome, which then fuses with lyso-

somes. The content is finally degraded, and recycled or catabolized to produce ATP for the cell. 

This is beneficial for cell-survival for instance during nutrient deprived periods. Much as in the 

same way as p53 maintains genome integrity, autophagy maintains proteome integrity. (18) 

 

Figure 2: Schematic illustration of autophagy (19) 

The role of autophagy in cancer development is complex and has been controversial. The consensus 

seems now to be that whereas autophagy prevents the initiation of cancer, it paradoxically will pro-
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mote the progression of cancer at later stages. Therefore, targeting autophagy in the context of pre-

venting and treating cancer is considered as a “double-edged sword” (19, 20) 

Although autophagy generally is regarded as a cellular survival mechanism, extensive autophagy 

may also trigger so called “autophagic” cell death, for instance in rapid growing tumors susceptible 

to lack of nutrients and oxygen. (21)  In the context of BCP-ALL, subtypes having the BCR-ABL1 

fusion protein display low basal autophagy but are highly dependent of it for their survival. Therapy 

resistance related to for instance glucocorticoid treatment of BCP-ALL has also been linked to acti-

vation of autophagy (22).   

1.3.1 The role of p53 in autophagy  
The tumor suppressor p53 has also a pivotal role in controlling autophagy, by regulating the tran-

scription of multiple genes involved in the autophagy process. (23) For instance will the p53 target 

gene DRAM (damage-regulated autophagy modulator) that is associated with p53-mediated apopto-

sis, also induce autophagy (24).  However, as a key protein in DDR, the role of p53 in DDR-

mediated autophagy has been debated. It seems that p53 controls autophagy in a complex manner, 

which depends on its subcellular localization and involves transcriptional and non-transcriptional 

mechanisms. The consensus seems to be that while nuclear p53 stimulates the autophagic program 

(thereby sustaining the attempts of cells to cope with stresses such as DNA damage), cytoplasmic 

p53 inhibits autophagy and hence facilitates cell death. (25) TP53-induced autophagy has also been 

demonstrated in malignant lymphocytes, including in BCR/ABL-positive BCP-ALL. (26) Upon 

treatment with DNA damaging anti-cancer agents, wt p53 will either induce cell cycle arrest, DNA 

repair, apoptosis or autophagy. It appears that the outcome of the treatment will depend on the bal-

ance between these processes, and that the autophagy mode is generally associated with worse clin-

ical outcome. (26) 

1.4  The cAMP-signaling pathway 
Cyclic AMP is formed by G-protein-coupled receptor (GPCR)-mediated activation of adenylyl 

cyclases. (27) GPCRs are a large family of receptors that respond to extracellular stimuli ranging 

from small molecules like catecholamines (epinephrine/norepinephrine) to large hormones. (28) 

cAMP activates a family of cAMP-dependent kinases (PKAs), leading to phosphorylation of pro-

teins regulating important cell features like metabolism, proliferation and apoptosis.  In lympho-

cytes, substances like catecholamines, serotonin, histamines and prostaglandin E2 (PGE2) activate 

the cAMP/PKA pathway. (29)  
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Increasing evidence supports the notion that development of solid cancers, including B cell lym-

phomas, involves the interplay between the tumour cells and the microenvironment. (30, 31) How-

ever, less is known about this interaction in the context of leukemias.  It has been demonstrated that 

cancer cell-stimulated mesenchymal stem cells are able to form a carcinoma stem cell niche via 

autocrine production of the cAMP-elevating compound PGE2, (32) and it has been shown that mes-

enchymal stem cells in the bone marrow secrete PGE2 in a cyclooxygenase-dependent manner. (32, 

33) In addition to supporting the viability and function of normal hematopoietic cells, the bone mar-

row microenvironment is also believed to provide vital support to leukemic blasts. (34-36) BCP-

ALL cells typically develop in close contact with stromal cells in the bone marrow. The bone mar-

row microenvironment also forms niches that can confer protection against damage induced by 

therapeutic agents, thereby contributing to development of treatment resistance. (37)  

Our lab previously proposed that PGE2 secreted from bone marrow stromal cells could contribute 

to development of BCP-ALL and to treatment resistance by activating the cAMP-pathway via EP2 

receptors on the surface of the leukemic cells. (38)   Using a co-culture system between bone mar-

row stromal cells and primary ALL cells from patients, it was demonstrated that the stromal cells in 

such co-cultures indeed secrete PGE2. (39) Furthermore is was shown that both p53 levels and 

apoptosis induced by irradiation in the ALL cells were reduced by approximately 50-60 % when co-

cultured in the presence of the bone marrow-derived stromal cells. (39) Production of PGE2 is cata-

lysed by cyclooxygenase. As presented in the model in the figure below, we used the cox-inhibitor 

indomethacin to show that PGE2 produced by the stromal cells indeed contribute to the counteract-

ing effect on DNA damage-induced p53 and apoptosis in BCP-ALL. (39)   
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Figure 4: Schematic model for MSC derived PGE2 mediated cytoprotection of BCP-ALL (39) 

2. MOTIVATION AND AIMS OF THE PRESENT PROJECT 

2.1  Motivation for the present work   
Suppression of normal p53 function is assumed as a prerequisite for malignant cell 

development.(40) However, in contrast to most cancers, mutations in the p53 gene are relatively 

rare in hematological malignancies. It is therefore reasonable to assume that cancers such as ALL 

depend on alternative mechanisms to mitigate p53 functions. DNA damage responses are the basis 

for common anti-cancer treatments like gamma-irradiation and chemotherapy, but many patients 

relapse after initial treatments. In order to increase the efficiency of a given treatment and to limit 

side effects on normal cells, there is a constant search for modulators of DNA-damage responses as 

targets in cancer therapy. We believe that our BCP-ALL model provides a unique opportunity to 

reveal the role of both autophagy as such, and p53 in particular, in DDRs.  

2.2. Aims 
The aim of the current project was to explore the role of autophagy in cAMP-mediated protection of 

DNA damage-induced cell death.    

3.  RESULTS 
The results of the present project are presented in the current paper. 

4. DISCUSSION  

4.1 Methods for analysis of autophagy 
A common way to monitor the dynamic process of autophagy is by measuring the formation of au-

tophagosomes in a cell, this dynamic process is known as autophagic flux. As mentioned previous-

ly, autophagosomes are double-membraned vesicles with cellular content targeted for degradation. 

During autophagy the protein named microtubule-associated light chain 3 (LC3) is recruited to the 

autophagosomes. The cytosolic form LC3-I is conjugated to phosphatidylethanolamine (PE) form-

ing membrane-bound LC3-II. Intra-autophagosomal LC3-II is degraded at the same time as the con-

tent is broken down by acidic hydrolases after lysososomal fusion. Changes in LC3-II levels corre-

late with the degree of autophagosome formation and reflect autophagic flux. 
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Figure 5: Schematic overview of cytosolic and membrane-bound LC3 during autophagy (41) 

Considering that LC3-II is degraded in lysosomes, it can be difficult to interpret if an increase rep-

resents induction of autophagy or simply a degradation block. Increasing autophagic activity would 

result in higher LC3-II levels as would compromised degradation, for instance because of delayed 

lysosomal fusion. To exclude the possibility of degradation-block as the cause of LC3-II increase, 

lysosomal protease inhibitors are used. BafilomycinA1 (BafA1) is a compound that targets vacu-

loar-type H+ATPase enzyme, in the context of autophagy BafA1 prevents acidification of lysosome 

so that the proteases remain inactive. In addition, it inhibits autophagosome-lysosome fusion. 

 

Figure 6: Schematic illustration of target actions of bafilomycin (42) 

Described below is a systematic overview of the different methods performed for analysis of au-

tophagy. 
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4.1.1 LC3-II/I-ratio normalized by loading controls on western blot 
The experiments measuring autophagic flux in our study where performed both with and without 

BafA1, using cultured ALL cell line REH. Intracellular cAMP-signaling was triggered by adding 

forskolin, a direct activator of cAMP(43), to the cell-cultures, prior to inducing DNA-damage by X-

rays (IR). Autophagic flux was finally analyzed by western blot after 6 and 24 hours, portraying 

separate bands at different molecular weights for LC3-II and LC3-I. Figure 6 shows how the 

cAMP-activator forskolin enhances the conversion of LC3I to II in REH cells both in the absence 

and presence DNA damaging irradiation. cAMP-signaling activation and IR-treatment independent-

ly increased the autophagic flux in REH, and had a noticeable synergistic effect on autophagic flux. 

Hence, enhancing the levels of cAMP promotes autophagy. 

 

Figure 7: Autophagic flux by western blotting showing differences in intensity of LC3-II and LC3-I 
bands 24 hours post irradiation, normalized to calnexin loading controls (left panel). Quantification 
of western blot as LC3-II/LC3-I ratios for the different intervention groups (right panel). Autophag-
ic enhancement after treatment with BafA1, added for the last 4 hours, suggests a proper increase in 
autophagy.(44) 

Increasing intracellular levels of cAMP stimulated autophagy, but we also wanted to demonstrate it 

occurred by downstream PKA-enzyme activation. The similar experiment using PKA-activator (8-

CPT) had the same effect as using forskolin (AC-activator) on autophagy. In addition, inhibition of 

PKA-activation, attenuated the autophagy enhancement of forskolin and IR-treatment. Advantages 

of LC3-II/LC3-I ratio normalized by loading controls on western blot, is that it discriminates well 

between the lipidated form, LC3-II and LC3-I. LC3-II is also specifically associated to autophago-

some, well reflecting the number quantity autophagosomes in a cell. A disadvantage is that au-

tophagic flux is a dynamic process whereas this methods only portrays a still image of this process. 

There is no standardized answer to the rate of occurrences for different cell-lines and interventions. 

Determining the accurate time point, can be challenging when lacking knowledge of how this pro-

cess occurs in time, and requires kinetic-specific experiments to figure out how the LC3-II an LC3-I 

develop over time for a particular experimental setup.(45) 
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4.1.2 LC3B puncta analysis 
Other methods were also used to measure autophagic flux in REH-cells, we analyzed the formation 

of autophagosomes by visualizing LC3-puncta with confocal microscopy using immune-                                 

histochemistry. Cell-cultures with exposures as described above were fixed after 24 hours and care-

fully centrifuged so that the cells project onto glass slides, by a method called cytospin. The cells 

were then permeabilized and stained with fluorescent labeled LC3-specific antibodies. Viewed un-

der a fluorescence-detecting confocal microscope, autophagosomes appear as dots or “puncta”, and 

are quantified by counting. Cells that had been exposed to irradiation or forskolin expressed a high-

er amount of puncta. As shown in figure 7, we observed that forskolin enhanced the number of LC3 

puncta both alone and in the presence of irradiation.   

 

 

Figure 8: Confocal images of REH stained for LC3. (44) 

 

This method is adequate for visualizing selected intracellular compartments. Confocal microscopy 

enables a more precise three dimentional approach as one can scroll through transverse sections 

throughout the entire cell. LC3 immunostaining of fixed cells does not exceptionally stain mem-
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brane bound lipidated LC3-II. Background fluorescence from LC3-I can create the impression of 

falsely increased autophagosome numbers. To minimize this problem a permeabilisation process is 

performed, in order to wash away unbound LC3, but also increases the risk of disrupting the au-

tophagosome membranes. 

4.1.3 CYTO-ID staining 
To validate that the puncta were in fact specific for autophagosome membrane, additional CYTO-

ID staining was performed. This compound stain autophagic vesicles selectively. We could thereby 

confirm co-localisation of CYTO-ID and LC3-puncta by confocal. 

 

Figure 9: IR and forskolin-treated REH cells stained with LC3B and CYTO-ID(46) 

Advantages of CYTO-ID- easy to quantify intensity by flow cytometry. Can also be used in live 

cells and does not require any permeabilisaton process like the previous method. We further pro-

ceeded with a more accurate quantification of autophagy by CYTO-ID on flow cytometry.  

This technique requires lysosmal inhibition, because autophagic vesicles are degraded in autoph-

agolysosomes. They are also partially specific and present some unspecific background.(47) 

4.1.4 Degradation of long lived proteins 
Constituent intracellular macromolecules like long lived proteins are in large proteolysed by au-

tophagy. Degradation of long lived proteins is used as an assay of autophagic degradation. Short 

lived proteins have a high turnover and are proteolysed more rapidly than the LLP who later under-

go autophagic degradation.(48)  LLP can be labelled by radioactive amino acids, later release of 

radioactivity from the labelled protein is measured . Autophagic degradation by turnover of radioac-

tive labelled LLP is interpreted as autophagic flux. We found that irradiated and forskolin as well as 

forskolin-only treated cells presented with a higher long lived protein degradation rate. This method 

is a direct method to measure autophagic flux. One disadvantage is that LLPD assays are best per-
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formed using starvation medium. Starvation medium is used as an autophagy inducer in other ex-

perimental setups. Proteasomal degradation of LLPD can still occur in this assay, but is minimized 

by using proteasome inhibitors or performing the experiment with the presence and absence of au-

tophagy inhibitors(47) 

 

 

Figure 10: quantification of degradation of long-lived protein assay for IR and forskolin treated 

REH(46) 

4.1.5 siRNA of ULK1 
ULK1 is a protein embedded in the ULK1-complex, needed in the early steps of autophagy. It is 

encoded by the ULK1-gene. We inhibited ULK1 expression by targeting its mRNA, this is a way of 

knocking down this protein. This was is done by silencer expressing plasmid transfection. REH-

cells were transfected with small interfering oligonucleotides (siRNA) targeting ULK1 and non-

targeting siRNA as control. Forskolin induced CYTO-ID staining was prevented by knock-down of 

ULK1 RNA. This technique made it possible for us to gain insight in upstream autophagy modula-

tion. The technical challenges rely on the transient process, and not fully inhibiting ULK1. 

4.1.6 Real time PCR transcription analysis (MAP1LC3B and SQSTM1) 
MAP1LC3B is a gene encoding the protein LC3. To analyse expression of this gene, we used the 

principle of reverse transcription of messenger RNA into complementary DNA (cDNA). An oli-

goprimer binds to mRNA and the enzyme reverse transcriptase bind to this primer and synthesises 

complementary strand, the cDNA. The latter being amplified by real time PCR. Specific binding 

dye is introduced and fluorescence signal will increase proportionally to the amount of DNA repli-

cated. The aim is to measure the amount of specific RNA transcribed from a gene of interest. 24 

hours after exposing REH cell to irradiation and forskolin, RNA was isolated. cDNA was then cre-

ated by reverse transcription and amplified. In this context, the mRNA levels of MAP1LC3B were 

significantly increased in REH cells co-treated with forskolin and irradiation. REH treated with for-

skolin exempt irradiation or the opposite had only subtle increased RNA levels. For this technique, 
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RNA has to be removed from the cell, through a meticulous purification process. When using 

housekeeping genes as reference genes for control, one assumes they are not being up or down reg-

ulated, and relies on same expression pattern in all intervention groups.(49) 

4.2. Discussion of the results 
Firstly we confirmed that IR augmented levels of p53. Next, siRNA knock-down of p53 reduced the 

levels of IR-induced autophagy and cell death. Surprisingly, knocking down p53 did not have im-

plications for the forskolin-induced autophagy after IR. We concluded that the interplay between 

cAMP and autophagy is independent of p53.  

Based on the findings in our group, we suggest that cAMP-signaling inhibits DNA damage-induced 

cell death by at least two different mechanisms. We have previously shown that activation of the 

cAMP/PKA pathway reduces the level of DNA damage-induced p53, resulting in reduced apopto-

sis. In the present study, we have shown that cAMP-signaling promotes the survival of DNA dam-

aged ALL cells by enhancing the level of autophagy in a p53-independent manner. We propose that 

autophagy has to exceed a certain threshold to enable cell survival, illustrated in figure 8. Irradiation 

promotes a low level of autophagy in an attempt to survive the DNA damaging injury. However, the 

level is too low for the cells to survive. According to our model, cAMP-signaling will enhance the 

level of autophagy above the threshold required to survive.  Knowing that the tumor microenviron-

ment secretes PGE2 which generates cAMP in BCP-ALL, this can explain how autophagy could be 

promoted above this threshold in vivo, making the cells more resilient to DNA-damaging therapy. 

Noninvasive modalities and methods to accurately measure autophagy and interpret its significance 

in pathological processes required for in vivo studies are a current work in progress. A clinical aim 

is to optimize current cytotoxic treatment by making it more targeted toward the pathological pro-

cess and mitigate side-effects. We believe that targeting the cAMP-signaling pathway in connection 

with DNA-damaging therapy of ALL, could be a way of enhancing the effects of the treatment. 
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Figure 9: “Proposed model for cAMP-mediated survival of DNA damage-induced BCP-ALL 

cells.”(44) 

 

5. CONCLUSIONS 
Increasing awareness of the implications of autophagy in relation to cancer development and its 

interaction with key-pathways of DNA-damage responses, lead us to gain further insight into au-

tophagy-related mechanisms occurring in BCP-ALL. We looked at the interactions between DNA-

damage responses, apoptosis and autophagy in BCP-ALLs, in the context of cAMP-mediated sig-

nalling.  

BCP-ALL often has wild-type p53, but suppression of p53 accumulation still occurs through 

cAMP-mediated signalling, facilitating survival through compromising the apoptosis response after 

DNA-damage. In the present project, we have elucidated the mechanisms whereby cAMP-signaling 

protects ALL cells from DNA damage-induced cell death. In particular, we have explored the role 

of autophagy in this process.  Induction of cAMP-signalling stimulated autophagy providing addi-

tional prosurvival and protective effects. Still, blocking autophagy had minimal impacts on IR-

induced killing, and we believe the levels of autophagy in the BCP-ALL are too low to enable pro-

tection. On the other hand, when the cells were deprived of the possibility to induce autophagy, the 
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cAMP-mediated protective effects were diminished. Based on our findings, we suggest that autoph-

agy has to exceed a certain threshold to enable protection. Knowing that the tumor microenviron-

ment secretes PGE2 whom generates cAMP in BCP-ALL, this can explain how autophagy could be 

promoted above this threshold in vivo, making the cells more resilient to DNA-damaging therapy. 

Targeting the cAMP-signaling pathway in conjunction to DNA-damaging therapy could be a way 

of compromising the BCP-ALLs survival.   
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ABSTRACT

Autophagy is important in regulating the balance between cell death and survival, 
with the tumor suppressor p53 as one of the key components in this interplay. We have 
previously utilized an in vitro model of the most common form of childhood cancer, 
B cell precursor acute lymphoblastic leukemia (BCP-ALL), to show that activation 
of the cAMP signaling pathway inhibits p53-mediated apoptosis in response to DNA 
damage in both cell lines and primary leukemic cells. The present study reveals that 
cAMP-mediated survival of BCP-ALL cells exposed to DNA damaging agents, involves 
a critical and p53-independent enhancement of autophagy. Although autophagy 
generally is regarded as a survival mechanism, DNA damage-induced apoptosis has 
been linked both to enhanced and reduced levels of autophagy. Here we show that 
exposure of BCP-ALL cells to irradiation or cytotoxic drugs triggers autophagy and 
cell death in a p53-dependent manner. Stimulation of the cAMP signaling pathway 
further augments autophagy and inhibits the DNA damage-induced cell death 
concomitant with reduced nuclear levels of p53. Knocking-down the levels of p53 
reduced the irradiation-induced autophagy and cell death, but had no effect on the 
cAMP-mediated autophagy. Moreover, prevention of autophagy by bafilomycin A1 or 
by the ULK-inhibitor MRT68921, diminished the protecting effect of cAMP signaling 
on DNA damage-induced cell death. Having previously proposed a role of the cAMP 
signaling pathway in development and treatment of BCP-ALLs, we here suggest that 
inhibitors of autophagy may improve current DNA damage-based therapy of BCP-ALL 
- independent of p53.

INTRODUCTION

Improved awareness of the vital cellular process of 
autophagy has in recent years enhanced our understanding 

of cancer development as well as mechanisms underlying 
resistance to cancer treatment [1–4]. Macroautophagy, 
hereafter referred to as autophagy, involves bulk 
degradation of cytoplasmic components like damaged 
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organelles and long-lived proteins. A double-membraned 
vesicle, the autophagosome, forms as it sequesters cargo 
destined for degradation, and the content is degraded 
after fusion between the autophagosomes and lysosomes 
[5, 6]. Multiple key proteins have been implicated in the 
various steps of the autophagic process, including Unc-
51 like autophagy activating kinase (ULK1) involved in 
the early steps of autophagophore formation [7], and the 
microtubule-associated protein1 (MAP1) light chain 3 
(LC3) widely used as a marker for assessing autophagic 
flux [8, 9].

Autophagy is required for cells and tissues to 
maintain homeostasis at critical times of energy demand 
and cellular stress, and it is considered to be an important 
regulator of the balance between cell death and cell 
survival [10–12]. Although autophagy is generally 
regarded as a survival mechanism, extensive autophagy 
has also been linked to cell death. Numerous studies have 
shown that autophagy may either promote or prevent cell 
death in response to DNA damage [10, 13, 14]. Most 
studies however, conclude that inhibition of autophagy 
results in enhanced DNA damage-induced apoptosis, 
supporting a protective role for autophagy in the DNA 
damage response (DDR) [13].

In the present study, we reveal the interplay between 
DDR, p53, apoptosis, and autophagy in leukemia cells. 
B-cell precursor acute lymphoblastic leukemia (BCP-
ALL) is the most common form of pediatric cancers [15]. 
Despite the general favorable survival rate of children 
with BCP-ALL, there is ongoing research to improve the 
treatment efficiency of subgroups with poor prognosis 
[15]. The poor prognostic group of BCR/ABL1 positive 
BCP-ALLs appears particularly dependent on autophagy 
for their survival and malignant transformation [16]. 
Treatment of lymphoid malignancies with DNA damaging 
anti-cancer agents will induce cell cycle arrest, DNA 
repair, apoptosis or autophagy depending on the balance 
between these processes. A higher level of autophagy is 
generally associated with worse clinical outcome [17]. In 
line with this notion, it has been reported that inhibition 
of autophagy overcomes treatment resistance in lymphoid 
malignant cells [18].

There are multiple mechanisms proposed to explain 
how DNA damage promotes autophagy, including 
activation of ataxia-telangiectasia mutated (ATM) [19] 
and induction of nuclear p53 [20, 21]. BCP-ALLs develop 
in the bone marrow in close contact with stromal cells 
that produce prostaglandin E2 (PGE2) [22], and BCP-
ALL cells also express functional PGE2 receptors (EP2) 
[23]. We have previously shown that PGE2 produced 
by residential stromal cells in the bone marrow limits 
DNA damage-induced p53 levels via activation of the 
cAMP signaling pathway, and we have proposed that this 
may have detrimental effects on both development and 
treatment of BCP-ALL [24]. Thus, we have shown that 
cAMP signaling inhibits p53-mediated apoptosis of BCP-

ALL cells exposed to irradiation or cytotoxic drugs [24–
26]. Here, we have uncovered a novel p53-independent 
link between cAMP-mediated enhancement of autophagy 
and its ability to reduce DNA damage-induced apoptosis 
in BCP-ALL cells.

RESULTS

cAMP signaling enhances autophagy induced by 
DNA damaging agents in REH cells

We have previously shown that activation of the 
cAMP signaling pathway limits DNA damage-induced 
apoptosis in BCP-ALL cell lines as well as in primary 
leukemic cells [24, 26, 27]. Here we aimed to elucidate 
whether cAMP-mediated survival of BCP-ALL cells 
involves enhanced autophagy. To test this hypothesis, 
we treated the ALL cell line REH with the adenylate 
cyclase activator forskolin, at the optimal concentration 
of 60 μM, followed by X-ray-mediated irradiation (IR) 
at 10 Gy. To measure autophagic flux we took advantage 
of the well-established marker of phagophores and 
autophagosomes, LC3B. Upon induction of autophagy, the 
cytosolic form of LC3B (LC3-I) becomes conjugated to 
phosphatidylehtanolamine (PE) in phagophore membrane 
and converted to LC3-II. Because the two forms run at 
different molecular weights when analyzed by western 
blotting, the LC3-II/I ratio normalized to loading control 
is therefore commonly used to assess the formation of 
autophagosomes [8, 9]. As shown in Figure 1A, both IR 
and forskolin alone induced autophagosome accumulation 
as assessed by the enhanced LC3-II/LC3-I ratio. The 
effect of forskolin on LC3-II formation was stronger than 
that of IR alone and was notable after 6 hours, but more 
pronounced after 24 hours. Forskolin markedly enhanced 
the IR-induced LC3-II/I ratio, most prominent after 24 
hours.

Accumulation of autophagosomes can be the result 
of either induced formation of autophagosomes (induced 
autophagic flux) or be due to blocked autophagosome 
degradation [8]. To distinguish between these two 
possibilities, the same experiments were performed in 
the presence of the lysosomal inhibitor bafilomycin A1 
(BafA1). BCP-ALL cells are known to be sensitive to 
BafA1-treatment [28], and dose response experiments 
revealed that 2 nM of BafA1 was the optimal non-toxic 
concentration for REH cells (data not shown). As shown 
in Figure 1A, the LC3-II/I ratios induced by IR and/or 
forskolin were clearly enhanced by BafA1 - suggesting 
enhanced autophagic flux. In Figure 1A, BafA1 was 
added from the start of the culture. However, to avoid 
adverse effects of the inhibitor, we also assessed the 
LC3-II/I ratios after shorter exposure to BafA1. As 
shown in the left panel of Figure 1B, we concluded that 
it was sufficient with 2 nM of BafA1 for the last 4 hours 
prior to cell harvesting. When using these conditions, 
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we found that forskolin significantly (p<0.01) enhanced 
the IR-induced LC3-II/I ratio from 4.95 to 9.78 (Figure 
1B, right panel). Taken together, we have shown that 
forskolin and IR independently induces autophagy, and 
that forskolin is able to potentiate the irradiation-induced 
autophagy.

Protein kinase a mediates the effects of forskolin

cAMP signaling induced by forskolin may result 
in activation of different effector molecules, including 
protein kinase A (PKA), Epac and cyclin nucleotide-
gated cation channels [29]. We previously concluded 
that forskolin-mediated inhibition of DNA damage-
induced apoptosis in BCP-ALL cells is mediated via 
PKA [25]. Here we show that the PKA activator 8-CPT-
cAMP induced formation of autophagosomes in the same 
manner as forskolin – both alone and in the presence of 
IR (Figure 2A). Furthermore, we showed that the PKA 
inhibitor RP-8-Br-cAMP reduced the forskolin-mediated 
enhancement of IR-induced autophagy (Supplementary 

Figure 1A), and that the phosphodiesterase inhibitor 
IBMX enhanced the effects of low concentrations of 
forskolin on autophagy (Supplementary Figure 1B). 
Autophagy was here quantified by staining the cells with 
a newly developed dye CYTO-ID, reported to selectively 
stain autophagocytic vesicles [30]. We also demonstrated 
that the potentiating effects of cAMP signaling on DNA 
damage-induced autophagosome formation in REH cells 
was not limited to IR, but that forskolin also enhanced 
the LC3-II/I ratio induced by other DNA damaging 
agents, such as the leukemia relevant drug doxorubicin 
(Figure 2B).

cAMP signaling increased the autophagic flux in 
REH cells

Having demonstrated that cAMP signaling enhances 
LC3-II formation both alone and in the presence of DNA 
damaging agents, we next confirmed the formation of 
autophagosomes by assessing LC3-II puncta by confocal 
microscopy. As shown in Figure 3, forskolin and IR 

Figure 1: cAMP signaling enhances the DNA damage-induced LC3-II/LC3-I ratio. (A and B) REH cells (0.6x106 cells/ml) 
were incubated in the presence or absence of forskolin (Forsk, 60 μM) for 45 min prior to irradiation (IR, 10Gy), and total lysates were 
subjected to immunoblot analyses with antibodies against LC3B or calnexin (CANX). The numbers indicated below the LC3 images 
represent the LC3-II/LC3-I signal ratios relative to the CANX signals, normalized to the ratio in untreated (Ctrl) cells. (A) When indicated, 
BafA1 (2 nM) was added from the start of the cultures. The cells were harvested at the indicated time points after IR, and one representative 
Western blot of three is shown. (B) Left panel: The cells were harvested 24 hours after IR, and BafA1 (2 nM) was added for the last 4 hours, 
as indicated. One representative Western blot of 8 is shown. Right panel: Ratios of the LC3-II/LC3-I signal intensities relative to the CANX 
signals, normalized to ratio in untreated (Ctrl) cells. The data represent the mean +/- SEM, n=8. *p< 0.05 (paired t test).
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independently increased the number and sizes of LC3-
II puncta after 24 hours, with enhanced levels when the 
two treatments were combined. We further confirmed the 
induction of autophagy by staining the cells with CYTO-
ID. In Figure 4A, we show CYTO-ID staining of REH cells 
treated with IR in the presence of forskolin, as revealed 
by confocal microscopy. The co-localization between 
CYTO-ID staining and LC3-II puncta is demonstrated in 
Figure 4B. We demonstrated that pre-incubating the cells 
for 30 min with the ULK1 inhibitor MRT68921 at the 
optimal concentration of 100 nM prevented the forskolin-
induced CYTO-ID staining as assessed by flow cytometry 
(Figure 4C). The same effect was observed with siRNA 
against ULK1 (see Supplementary Figure 2). Careful 
kinetic experiments concluded that optimal CYTO-ID 
staining was obtained between 12 and 24 hours, with a 
clear induction by forskolin noted already after 6 hours of 

treatment (Figure 4D). Treatment with BafA1 augmented 
the CYTO-ID staining measured after 24 hours (Figure 
4E), enhancing the fold induction of IR-induced CYTO-ID 
fluorescence intensity from approximately 2.5 to 4. Thus, 
again we concluded that cAMP signaling enhances DNA 
damage-induced autophagy.

To further support the cAMP-mediated enhancement 
of IR-induced autophagy, we measured autophagic flux 
as the degradation of long-lived proteins, known to be 
mainly degraded by autophagy [9]. Accordingly, IR alone 
enhanced the degradation of long-lived proteins in REH 
cells, and forskolin significantly (p=0.01) enhanced this 
degradation (Figure 4F).

Autophagy-related genes (ATGs) are differentially 
regulated at transcriptional, post-transcriptional and post-
translational levels [31]. Since IR has been shown to 
induce transcription of the LC3B-coding gene MAP1LC3B 

Figure 2: PKA- and doxorubicin-mediated autophagy. (A and B) REH cells were treated with or without forskolin, IR and BafA1 
as described in Figure 1B. When indicated, the cells were treated with or without 8CPT-cAMP (8CPT, 200μM) 45 min prior to IR (panel 
A) or with 150 nM doxorubicin (Doxo) 45 min after adding forskolin (panel B). Left panels: One representative Western blot of three 
independent experiments is shown. The numbers indicated below the LC3 images represent the LC3-II/LC3-I signal ratios relative to the 
CANX signals, normalized to the ratio in untreated (Ctrl) cells. Right panels: Ratios of the LC3-II/LC3-I signal intensities relative to the 
CANX signals, normalized to the ratio in untreated (Ctrl) cells. The data represent the mean +/- SEM, n=3. *p<0.05 (paired t test).
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[32], we performed qRT-PCR of this gene in REH cells. As 
shown in Supplementary Figure 3, IR and forskolin alone 
produced only marginally elevated levels of MAP1LC3B 
mRNA. However, clear additive effects on MAP1LC3B 
mRNA levels were obtained when combining the two 
treatments. The total level of LC3B protein (LC3-I + LC3-
II) was not enhanced in REH cells co-treated by IR and 
forskolin as compared to control (see Figure 1).

Forskolin enhances DNA damage-induced 
autophagy in NALM-6 and primary BCP-ALL 
cells

We have previously shown that cAMP signaling 
regulates DNA damage-induced apoptosis in a similar 
manner in REH cells, NALM-6 and in primary leukemic 
cells from patients with BCP-ALL [24]. We therefore 
investigated whether cAMP signaling also enhanced 
the IR-induced autophagy in NALM-6, and in primary 
leukemic cells, using cells from three patients with 

BCP-ALL. Indeed, the CYTO-ID fluorescence intensity 
increased in NALM-6 cells when treated with IR in the 
presence or absence of forskolin (Figure 5A), as was 
also the case for cells derived from three patients with 
BCP-ALL (Figure 5B). Due to limited number of cells, 
we did not assess the ability of forskolin alone to induce 
autophagy in cells obtained from patient #1 and #2.

Autophagy is involved in cAMP-mediated 
survival of DNA damaged cells

Having established the ability of forskolin to 
enhance the level of DNA damage-induced autophagy, we 
aimed to identify a possible link between the increased 
autophagy and the reduced cell death promoted by cAMP 
signaling in REH cells. As shown in Figure 6A, IR alone 
induced cell death in approximately 21% of the cells as 
measured after 24 hours, and in 59% after 48 hours. In 
line with our previous results [24], forskolin alone had 
only minor effects on the basal levels of cell death in 

Figure 3: Immunocytochemistry of LC3-puncta. (A and B) REH cells were treated with or without forskolin, IR and BafA1 as 
described in Figure 1B, with addition of BafA1 to all samples. The cells were subjected to immunocytochemistry for the detection of LC3 
puncta by confocal microscopy, and the cells were co-stained with Hoechst for visualization of the nuclei. (A) One representative of three 
independent experiments is shown. Scale bars = 10μm. (B) The number of LC3 puncta per cell from three independent experiments were 
quantified, counting at least 30 cells. The data represent the mean +/- SEM, n = 30. The numbers of small and large puncta are indicated.
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REH cells, but significantly reduced the IR-induced cell 
death after 24 hours and 48 hours. To investigate the 
link between forskolin-induced autophagy and increased 
survival of the DNA damaged cells, we used inhibitors 
of autophagy at doses that were not toxic to the cells 
after 48 hours of treatment, but still retained the ability 
to prevent autophagic degradation. By using BafA1 at 2 
nM from start of the cultures, we found that the forskolin-
mediated protection of cell death was significantly 
reduced after both 24 hours and 48 hours (Figure 6A). 
The same tendency was observed when treating the cells 
with 5μM of chloroquine (data not shown). Finally, we 
demonstrated that inhibiting autophagy by the ULK1 
inhibitor MRT68921 impeded the cAMP-mediated 
protection against DNA damage-induced cell death after 
both 24 hours and 48 hours (Figure 6B).

The involvement of p53 in IR-induced autophagy

The tumor suppressor p53 has been implicated in 
regulation of autophagy, in particular related to cellular 
stress [17, 20]. It is generally believed that nuclear 
levels of p53 promote autophagy, whereas cytosolic 
levels prevent the autophagy process [20, 33]. Having 

previously established that cAMP-mediated inhibition 
of DNA damage-induced apoptosis of BCP-ALL cells 
involves down-regulation of p53 [24, 25], we here 
confirmed the ability of forskolin to reduce the level of 
IR-induced p53 commencing as early as 4 hours after IR 
(Supplementary Figure 4A). In order to assess whether the 
subcellular localization of p53 was affected by any of the 
treatments, we performed confocal microscopy of REH 
cells stained with an antibody directed against p53. As 
shown in Figure 7A, we found that IR enhanced both the 
nuclear and cytosolic levels of p53, whereas co-treatment 
with forskolin selectively reduced the levels of p53 in 
the nuclei. Forskolin alone had no effect on the nuclear 
localization of p53 (Figure 7A and 7B). To confirm these 
findings, we performed cellular fractionation experiments 
followed by immunostaining of p53. The data presented 
in Figure 7C confirm that forskolin selectively inhibits 
accumulation of p53 within the nuclei of irradiated REH 
cells.

To unravel the link between p53 and autophagy in 
our experimental settings, p53 was targeted by siRNA. 
The knock-down of p53 by siRNA is demonstrated 
by Western blot analysis in Figure 8A. Supporting a 
stimulatory role in autophagy, siRNA against p53 reduced 

Figure 4: cAMP signaling enhances autophagic flux in REH cells. (A-E) REH cells were treated with or without forskolin, IR 
and BafA1 as described in Figure 1B. CYTO-ID staining was performed 24 hours after IR – if not otherwise indicated, and the staining 
intensity was analyzed by flow cytometry and normalized to untreated (Ctrl) cells. (A) Confocal images of IR/forskolin-treated cells stained 
with CYTO-ID, (B) The co-localization between the autophagosomal marker CYTO-ID and LC3-puncta was analyzed by confocal imaging 
of IR/forskolin-treated cells. (C) The cells were pretreated with the ULK1 inhibitor MRT68921 (100 nM) for 30 min prior to adding 
forskolin, and the cells were irradiated after another 45 min. The data represent the mean CYTO-ID fluorescence intensity +/- SEM, n=3. 
*p=0.05 (paired t test). (D) The cells were stained with CYTO-ID at the indicated time points, and the fluorescence intensity was analyzed 
by flow cytometry. The data represent the mean CYTO-ID fluorescence intensity +/- SEM, n=5. *p<0.05 (paired t test). (E) Cells were 
treated with or without 2 nM BafA1for the last 4 hours of the 24 hours incubation. The data represent the mean CYTO-ID fluorescence 
intensity +/- SEM, n=5. *p<0.05 (paired t test). (F) The effect of IR and forskolin on relative autophagic flux was quantified by measuring 
the degradation of long-lived proteins as described in Materials and Methods. The data represent the mean +/- SEM, n=3, and the values 
are normalized to the degradation in untreated (Ctrl) cells. *p<0.05 (paired t test).
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the IR-induced autophagy as revealed by the reversion of 
the LC3 II/I ratio (Figure 8B and 8C) and by CYTO-ID 
staining (Figure 8D). Furthermore, siRNA also reduced 
the IR-mediated cell death (Supplementary Figure 4, 
panel B). However, the cAMP-mediated enhancement of 
IR-induced autophagy could not be explained by changed 
localization of p53. First of all, the nuclear and not the 
cytosolic levels of p53 were reduced by the co-treatment 
with forskolin (see Figure 7). Secondly, siRNA against 
p53 had no effect on the ability of forskolin to enhance the 
IR-induced autophagy (Figure 8B-8D).

DISCUSSION

We have previously established an in vitro model 
of BCP-ALL, successfully used for studying the interplay 
between p53 levels and DNA damage-induced cell death 
related to development and treatment of this disease [24–
27]. In the present study, we extend this model to unravel 
a novel p53-independent interplay between autophagy and 
cell death with implications for treatment of BCP-ALL.

Suppression of normal p53 functions is regarded 
as a prerequisite for the development of most cancers 
[34]. Thus, mutations in the TP53 gene itself or in p53-
regulating genes render the malignant cells resistant 
to control mechanisms that are part of the normal 
DNA damage response [35]. As most childhood BCP-
ALLs retain wild type TP53 at diagnosis [36], one may 
assume that these leukemic cells depend on alternative 
strategies to mitigate the function of wild type p53. We 
have previously suggested that stimulation of the cAMP 
signaling pathway may represent such a mechanism, since 
elevated levels of cAMP in BCP-ALL blasts suppress 
DNA damage-induced p53 accumulation and apoptosis 
[26]. Here we demonstrate that cAMP signaling also 
enhances DNA damage-induced autophagy in BCP-
ALL blasts, enabling us to reveal the interplay between 
autophagy and apoptosis in these cells, and to dissect the 
role of p53 in these processes.

In most cell types, DNA damage will induce both 
autophagy and apoptosis [14]. However, there is no 
consensus as to whether the induced autophagy is required 

Figure 5: cAMP signaling enhances CYTO-ID staining in NALM-6 and in primary BCP-ALL cells. (A) NALM-6 cells 
(0.6x106 cells/ml) were treated with or without forskolin (Forsk, 60μM) for 45 min prior to irradiation (IR, 5Gy). BafA1 (2 nM) was added 
to the cell cultures for the last 4 hours of the 24 hours incubation, before the cells were stained with CYTO-ID and analyzed for fluorescence 
intensity by flow cytometry. The data represent the mean CYTO-ID fluorescence intensity ± SEM, n=4. *p<0.05 (paired t test). (B) Primary 
leukemic blasts (0.6 x106 cells/ml) from three patients diagnosed with BCP-ALL were treated with or without Forsk, IR and BafA1 as 
described in panel A.
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for the apoptosis or actually has a protective role [10, 13, 
14]. We found that treatment of BCP-ALL cells with IR 
or doxorubicin promoted autophagy and killed the cells. 
These effects were notable in the cell line REH, as well 
as in primary leukemic blasts isolated from children with 
BCP-ALL. Blocking autophagy by BafA1 or the ULK-
inhibitor MRT68921 had little or no effect on the IR-

induced killing of the BCP-ALL cells. Thus, although 
increased autophagy has been linked to unfavorable 
clinical outcome of DNA damaging cancer treatments 
of patients with lymphoid malignancies [17], our results 
suggest that the level of autophagy induced by DNA 
damaging agents in vitro is too low to protect the BCP-
ALL cells from the lethal DNA lesions. It was therefore 

Figure 6: cAMP-mediated inhibition of DNA damage-induced cell death involves autophagy. REH cells were treated with 
or without forskolin and irradiation as described in Figure 1. When indicated, BafA1 (2 nM) (A) or the ULK1 inhibitor MRT68921 (100 
nM) (B) was present in the cell cultures throughout the experiments to block autophagy. The percentage of PI-positive cells was analyzed 
by flow cytometry 24 hours or 48 hours after IR, as indicated. The results are presented as the mean ± SEM, n=6. *p<0.05 (paired t test).
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interesting to find that blocking autophagy by BafA1 or 
the ULK1 inhibitor MRT68921 diminished the protective 
effect of cAMP signaling on DNA damage-induced cell 
death, and consequently enhanced the killing of the cells. 
Our results support the hypothesis that autophagy may 
precede apoptosis in an attempt to make the cells sustain 
cellular stress [14, 37]. According to our model (Figure 
9), autophagy needs to exceed a certain threshold for 
the BCP-ALL cells to survive DNA damaging exposure. 
We believe that cAMP signaling enhances the level of 
autophagy above this threshold. A similar protective effect 
of autophagy was noted in bortezomib-treated BCP-ALLs, 
demonstrated by the enhanced cytotoxicity of bortezomib 
in the presence of autophagy inhibitors [38].

How then is autophagy induced by cAMP signaling 
in BCP-ALL cells? Our present results suggest that 
cAMP-mediated activation of PKA in BCP-ALL cells is 
sufficient to promote autophagic flux both alone and in 
the presence of irradiation. Furthermore, the involvement 
of ULK1 in the process was proven by the ability of either 
the ULK inhibitor MRT68921 or siRNA against ULK1 
to prevent the treatment-enhanced autophagy. However, 
we did not observe changes in activation of common 

autophagy inducers such as AMPK, ULK1, beclin1, or 
other autophagy-related proteins that could explain our 
results. We are currently pursuing these investigations, but 
here we turned to the ubiquitin-binding scaffold protein 
SQSTM1/p62. SQSTM1/p62 is a common marker of 
autophagic flux, and the protein is frequently degraded as 
part of the autophagy process [39]. In line with this notion, 
we observed that whereas irradiation reduced the levels 
of SQSTM1/p62 (Supplementary Figure 5A), BafA1 did 
not prevent the IR-mediated downregulation of SQSTM1/
p62 (S5A, right panel). Furthermore, forskolin opposed 
the IR-induced decline in SQSTM1/p62 by enhancing 
the transcription of the SQSTM1 gene (S5B). Taken 
together, we do not believe that regulation of SQSTM1/
p62 can explain the IR and/or cAMP-mediated induction 
of autophagy seen in the present study.

One of the suggested mediators of DNA damage-
induced autophagy is p53 [20, 21]. The mechanisms 
whereby p53 promotes autophagy is not fully understood, 
but it appears that p53 induces the transcription of 
autophagy-related genes such as AMPK β1/β2, DRAM 
and DAPK-1 [40, 41]. Accordingly, we observed reduced 
autophagy when the level of p53 in irradiated cells was 

Figure 7: The effects of IR and cAMP signaling on the subcellular localization of p53. REH cells were treated with or without 
forskolin and IR as described in Figure 1. (A) 4 hours after IR, the cells were subjected to immunocytochemistry for the detection of the 
subcellular localization of p53 by confocal microscopy, and the cells were co-stained with Hoechst for the visualization of nuclei. One 
representative of three independent experiments is shown. Scale bars = 10μm. (B) Quantification of the p53 fluorescence intensity of cells 
from three experiments, analyzing at least 30 cells. The data represent the mean +/-SEM, n=30. *p<0.05, (paired t test). (C) Subcellular 
fractionation of REH cells (20x106) was performed as described in Materials and Methods 4 hours after IR. The cytoplasmic and nuclear 
fractions were each subjected to immunoblot analyses of p53 expression. The numbers indicated below the p53 image represents the p53 
signal intensity relative to the CANX signal, normalized to the ratio in untreated (Ctrl) cells. Left panel: One of three representative Western 
blots. Right panel: Quantification of the p53 signal in Western blots, normalized to the loading control GAPDH. The data represent the 
mean +/-SEM, n=3. *p<0.05 (paired t test).
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downregulated by siRNA. However, a simplistic view 
on the association between p53 levels and autophagy 
was challenged by the notion that even more autophagy 
was detected concomitant with reduced levels of p53 
when the BCP-ALL cells were co-exposed to irradiation 
and activators of the cAMP signaling pathway. Although 
reports have suggested that lowering the levels of p53 

may facilitate autophagy [42, 43], the consensus has been 
that the subcellular localization of p53 dictates its role in 
autophagy. Thus, induction of nuclear p53 is assumed to 
promote autophagy, whereas p53 in the cytosol protects the 
cells from autophagy [20, 21, 33]. We found that IR alone 
resulted in enhanced levels of p53 both in the nuclei and 
in the cytoplasm, and we postulated that cAMP signaling 

Figure 8: p53 is involved in IR-, but not in cAMP-induced autophagy. (A-D) REH cells (4x106 cells) were transfected with 
siRNA against p53 (or with scrambled siRNA as control) as described in Materials and Methods, and after 12 hours the cells were treated 
with or without forskolin and IR as described in Figure 1. (A) Knock-down of p53 by siRNA demonstrated by Western blot analyses 
of untreated (Ctrl) and irradiated (IR) cells. Signal intensities of p53 relative to GAPDH, normalized to Ctrl, are indicated as numbers 
below the p53 images. (B-D) BafA1 (2 nM) was added for the last 4 hours of the 24 hours incubations. (B) 24 hours after IR, the cells 
were harvested for Western blot analyses of LC3-II/I ratios, and one representative of 4 independent experiments is shown. The numbers 
indicated below the LC3 images represent the LC3-II/LC3-I signal ratios relative to the CANX signals, normalized to the ratio in untreated 
(Ctrl) cells. (C) Quantifications of the Western blots in panel B, presented as the ratios of LC3-II/LC3-I signal intensities relative to the 
CANX signals, normalized to the ratio in untreated (Ctrl) cells. The data represent the mean +/- SEM, n=4. *p<0.05 (paired t test). (D) The 
same cells as in panel A were subjected to CYTO-ID staining, and the fluorescence intensity was analysed by flow cytometry 24 hours after 
IR. The data represent the mean CYTO-ID fluorescence intensity +/- SEM, n=4. *p<0.05 (paired t test).
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might selectively lower the cytoplasmic level of p53. This 
turned out not to be the case; in fact, cAMP signaling 
completely diminished the p53 levels in the nuclei, while 
preserving the levels in the cytosol. Furthermore, siRNA 
against p53 did not affect the cAMP-mediated enhancement 
of irradiation-induced autophagy. Taken together, our 
results suggest that cAMP signaling enhances DNA 
damage-induced autophagy in a p53-independent manner.

We have previously shown that bone marrow-derived 
stromal cells provide BCP-ALLs with cAMP-stimulating 
PGE2, and that cAMP signaling in turn reduces DNA 
damage-induced p53 and apoptosis in the leukemic blasts 
[27]. This led us to propose that cyclooxygenase (cox)-
inhibitors or other inhibitors of the cAMP signaling pathway 
might improve DNA damage-based therapy of BCP-ALL 
by sustaining p53-mediated apoptosis [27]. Based on our 
current results, we propose that therapies targeting the 
cAMP signaling pathway also might reduce the level of 

autophagy in the leukemic cells, and in this manner increase 
the killing of the cells. Furthermore, our results imply that 
therapies directed against the autophagy machinery itself 
might improve DNA damage-based treatment of BCP-
ALLs. Having shown that cAMP signaling enhances 
autophagy of BCP-ALL cells in a p53-independent manner, 
we propose that such therapies not only might improve 
the treatment of BCP-ALLs with wild type TP53 genes, 
but might also improve the therapy of BCP-ALL cases 
harboring TP53 mutations. Mutations in TP53 are common 
in adult BCP-ALLs [44], and although rare at diagnosis of 
pediatric BCP-ALL, the frequency increases with relapse 
[45, 46]. BCP-ALL patients with TP53 mutations generally 
respond poorly to current therapies [45, 47]. We therefore 
suggest that targeting the autophagy machinery, with for 
instance the newly developed small molecule inhibitors of 
ULK1 [48, 49], could be particularly valuable for treatment 
of this group of BCP-ALL patients.

Figure 9: Proposed model for cAMP-mediated survival of DNA damage-induced BCP-ALL cells. According to the model, 
cAMP-mediated survival of BCP-ALL cells exposed to DNA damage involves reduced p53-mediated apoptosis as well as p53-independent 
enhancement of autophagy. We suggest that autophagy needs to exceed a certain threshold in order to let the cells survive exposure to DNA 
damaging agents.
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MATERIALS AND METHODS

Reagents and antibodies

Forskolin, doxorubicin, propidium iodide (PI), 
paraformaldehyde (PFA), and 3-methyladenine (3-MA) 
were purchased from Sigma-Aldrich. 8-CPT-cAMP and 
RP-8-Br-cAMPS were from BioLog, and bafilomycin 
A1 (BafA1) was from AH Diagnostics. The ULK1 
inhibitor MRT68921 was obtained from Selleckchem. 
Antibody against p53 (DO-1, # SC-126) was obtained 
from Santa Cruz Biotechnology. Anti-LC3B (# 2775) 
used for Western blot analyses was purchased from Cell 
Signaling Technology, whereas anti-LC3B (# PM036) 
used for immunofluorescence analyses was obtained from 
MBL International. Antibodies against glyceralaldehyde 
3-phosphate dehydrogenase (GAPDH) was purchased 
from Sigma Aldrich. As loading control in Western blot 
analyses we used an antibody directed against Calnexin (# 
2433) from Cell Signaling Technology.

Cell culturing and primary cell isolation

The B-cell precursor acute lymphoblastic leukemia 
cell lines REH [50] and NALM-6 [51] were kept at a 
density between 0.2 x 106 and 1.0 x 106 cells /ml, and the 
cells were cultured as described [52]. Primary leukemic 
blasts were isolated from bone marrow aspirates of three 
children with BCP-ALL as previously described [24]. The 
proportion of BCP-ALL blasts was 73%, 40% and 90% 
for cells derived from patient #1, #2 and #3, respectively 
(Table 1), as assessed by co-staining of cells with 
antibodies against CD19 and CD10 [24]. The collection 
of bone marrow aspirates was performed after informed 
consent by parents, in accordance with the Declaration of 
Helsinki. The collection of material was approved by the 
Regional Ethics Committee of Norway region Sør-Øst C 
(REK 2014/883).

Irradiation

Cells were irradiated using an Xstrahl RS320 
X-ray irradiator at a rate of 3.9 Gy/min. REH cells were 
irradiated at 10Gy, whereas primary BCP-ALL blasts from 
patient were irradiated at 5Gy.

Analyses of autophagy

LC3-II/I ratio

To determine autophagic flux, BafA1 was added 
to the samples to block lysosomal degradation, resulting 
in the accumulation of autophagosomes [8]. The 
levels of cytosolic LC3B (LC3I) and LC3B bound to 
autophagosomal membranes (LC3-II) were normalized to 
the loading control as estimated by Western blot analysis 
(see below), and the LC3-II/I ratios were calculated.
LC3B puncta analyses

LC3B puncta characteristic of autophagosomes [9] 
were visualized by immunocytochemistry and confocal 
microscopy as described below, after staining the cells 
with antibodies against LC3B or with Hoechst for 
visualizing the nuclei.
CYTO-ID staining

Autophagy was also measured by the CYTO-ID® 
Autophagy detection kit (Enzo Life Sciences, Farmingdale, 
NY, USA), according to manufacturer’s protocols. Stained 
cells were analysed both by immunocytochemistry and by 
flow cytometry (see below).

Degradation of long-lived proteins was performed 
essentially as previously described [53]. In brief, the 
degradation of short-lived proteins was allowed by 
seeding REH cells in RPMI medium (Lonza) containing 
10% FBS and 0.25 μM Ci/ml L-[14C] valine (Perkin Elmer) 
for 24 hours, before the cells were washed and chased 
for another 24 hours in RPMI containing 10% FBS and 
10 mM valine (Sigma). The cells were then treated with 
or without irradiation and forskolin for 22 hours, before 
washing and further incubating the cells for 4 hours in 
starvation medium (EBSS) in the presence or absence of 
the autophagy inhibitor 3-MA (5mM). Finally, autophagic 
flux was determined by subtracting the degradation of 
long-lived proteins in cells cultured in the presence of 
3-MA from that of cells cultured in the absence of 3-MA, 
as described [53].

Western blot analysis

Cells were harvested and lysed in 
radioimmunoprecipitation (RIPA) buffer as previously 
described [54]. Equal amounts of proteins were separated 

Table 1: Patient characteristics

 Patient #1 Patient #2 Patient #3

Age, y 8 9 9

Sex M M F

Bone marrow infiltration 
at diagnosis (% CD19+ / 
CD10+)

73% 40% 90%

Cytogenetics 48,XY,+X,+21 [2]/46,XY [23] Hyperdiploidy Normal karyotype
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by SDS-PAGE gel electrophoresis (Bio-Rad). Proteins 
were transferred to an Immobilion-P transfer membrane 
(Merck Millipore), and detected using standard 
immunoblotting techniques. Proteins were visualized 
using SuperSignal™ West Dura Extended Duration 
Substrate kit (Thermo Fisher Scientific) according to the 
manufacturer’s instructions. Images were captured using 
a Syngene ChemiGenious camera and presented by the 
GeneSnap software tool (Syngene, Cambridge, England). 
Intensity of protein bands was quantified by using the 
GeneTool software (Syngene).

Immunofluorescence staining and confocal 
microscopy

Analyses of LC3 puncta and subcellular localization 
of p53

REH cells (3,5x 104 cells per slide) were 
adhered to poly-L-lysine coated microscopic slides by 
cytocentrifugation at 370 x g for 4 min. The cells on slides 
were fixed in 4% PFA for 15 min at room temperature. 
For analyses of LC3 puncta, the cells were permeabilized 
with saponin (0.05%) followed by blocking in 2% FBS/
PBS for 30 min. The cells were then incubated with 
antibody against LC3B (PM036, MBL) over-night at 4°C, 
followed by incubation with Alexa488-conjugated donkey 
anti-rabbit IgG (A-21206, Thermo Fisher Scientific) for 
1 hour at room temperature. Subcellular localization of 
p53 was determined by incubating the slides over-night 
with anti-p53 (FL-393Santa Cruz), followed by incubation 
for 1 hour at room temperature with Cy-3 AffiniPure 
goat anti-rabbit IgG from Jackson Immunoresearch. For 
visualization of nuclei, the cells were stained with Hoechst 
33258 (1 μg/ml in PBS) from Sigma Aldrich. Fiji was used 
for quantifying the p53 signals.
Co-staining between LC3 and CYTO-ID

Living cells were stained with CYTO-ID (Enzo 
Life Sciences, Farmingdale, NY, USA) according to 
manufacturer’s recommendations. Stained cells were 
resuspended in RPMI starvation media for 15 min at 
4ºC, allowing cells to attach to the poly-L-lysine coated 
microscopic slides. The cells were then fixed in 4% PFA, 
permeabilized with saponin, and stained with antibody 
against LC3 as described above. Images were acquired 
using a Confocal Laser Scanning microscope (LSM 
710, Axio Observer, Carl Zeiss Inc.), equipped with 63 
x 1.4 NA oil immersion objective, and the images were 
processed using the ZEN software.

Flow cytometry

All flow cytometry analyses were performed on a 
FACS Calibur instrument (BD Biosciences). For cell death 
analysis, cells were incubated with propidium iodide (PI) 
(20 μg/ml) for 10 min at 4°C. Quantification of autophagy 

was performed by using the CYTO-ID® Autophagy 
detection kit, according to the manufacturer’s protocol. 
Data were analyzed using the CellQuest software (BD 
Biosciences).

Transfection of small-interfering RNA 
oligonucleotides

REH cells (4x106) were transfected with small-
interfering RNA (siRNA) by using a nucleofector device 
(Amaxa Biosciences) and the Nucleofector® Kit R (Lonza) 
according to the manufacturer’s instructions and using the 
program G-009. For knock-down of ULK1 and p53 we used 
1.6 μM of ULK1 siRNA (L-005049-00-0010) or p53 siRNA 
(L-003329-00-0010). A non-targeting siRNA (D-001810-
01-05) was used as control. All siRNAs were obtained from 
Dharmacon. After transfection, the cells were incubated for 
12 hours before further treatments were initiated.

Fractionation of cytoplasms and nuclei

REH cells (20x106) were harvested 4 hours after IR 
and resuspended in Hypotonic buffer (10mM Tris-HCl pH 
7.6, 10mM NaCl, 3mM MgCl2), NP-40 was added to a 
final concentration of 0.05%. The nuclei were collected 
for Western blot analyses by centrifugation at 200 x g for 
5 min, lysed in 2% SDS, and sonicated. The supernatants 
(cytoplasmic fractions) were used directly for Western blot 
analysis.

Analyses of transcription of MAP1LC3B and 
SQSTM1 by real-time quantitative PCR

Total RNA was isolated from REH cells (1.5 x 106) 
24 hours after treatment with forskolin and irradiation, 
using the RNeasy plus mini kit (QIAGEN) according 
to manufacturer’s instructions. cDNA (800 ng) was 
synthesized by reverse transcription (iScript; Bio-Rad 
technologies), and qPCR was performed using SsoFast™ 
EvaGreen® Supermix (Bio-Rad technologies). The level 
of MAP1LC3B and SQSTM1 transcripts were normalized 
to the housekeeping genes; TATA binding protein (TBP) 
and β2-microglobulin (B2M) by using the 2-ΔCt method. 
Primers from Qiagen were: TBP: QT00000721, B2M: 
QT00088935, MAP1LC3B: QT01750322, and SQSTM1: 
QT00095676.

Statistics

GraphPad Prism 7 was used to perform statistical 
analyses. The paired t test was used to investigate for 
statistical significant differences. Unless otherwise stated, 
graphs are presented as mean values from at least three 
independent experiments, with error bars indicating the 
standard error of the mean (SEM).
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