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ABSTRACT 

The MYC family genes (c-, N- and L-MYC) encode potent oncoproteins/transcription 

factors regulating fundamental cellular processes involved in cell proliferation, 

metabolism and survival, and they play an important role in tumor development. 

Overexpression of MYC often induce apoptosis as a failsafe mechanism to prevent tumor 

development and it is known to sensitize cells to genotoxic agents that induce DNA 

damage by triggered apoptosis. However, the MYC-regulated effectors acting upstream 

of the mitochondrial apoptotic pathway in response to DNA damage are still obscure. We 

focused on apoptosis activated by DNA damage responses in this study by comparing cell 

death induced upon ionizing radiation (IR), bacterial cytolethal distending toxin (CDT) 

and UV irradiation. We could demonstrate that phosphorylation of the ATM kinase and 

its downstream effectors, such as histone H2AX, were impaired in the MYC null cell line 

HO15.19, in comparison to the wild type parental cell line TGR-1 and MYC reconstituted 

HOMYC3 cells in response to IR or CDT. We also found that nuclear foci formation of 

the Nijmegen Breakage Syndrome (Nbs) 1 protein, which is essential for efficient ATM 

activation, was also reduced in the absence of MYC. Knocking down of endogenous MYC 

by siRNA in the HCT116 human colon cancer cell line resulted in decreased ATM and 

CHK2 phosphorylation in response to ionizing irradiation. However, the response to UV 

irradiation, which is known to activate the ATR dependent checkpoint, was functional in 

all of these cell lines, indicating MYC status did not play an important role in ATR 

signaling. In summary, we found that MYC is required for the activation of ATM-

dependent checkpoint in response to IR and CDT; it contributes to DNA damage 

response by stimulating ATM phosphorylation and promoting NBS1 expression and 

nuclear translocation, thereby enhancing the apoptotic response, but potentially also 

stimulating DNA repair. 

Deregulated MYC expression is implicated in the development of a wide variety of 

cancers and is often strongly correlated with poor prognosis, underscoring the 

importance of finding ways to counteract MYC function. To exert its oncogenic activity, 

MYC must be able to interact with a number of cofactors that are essential for MYC 

function. For instance, dimerization with the partner Max enables the MYC to bind 

target gene promoters. This requirement for cofactors may allow for control of MYC 

activity with small molecules that interfere with interactions with these factors. We used 

bimolecular fluorescence complementation (BiFC) assay to visualize interactions between 

MYC and cofactors in living cells. Using BiFC we screened a 2000 compound library for 

molecules inhibiting the interaction between MYC and MAX, and found several 

interesting compounds. MYCMI-6 emerged among the top hits, and was further 

validated by split Gaussia luciferase (Gluc), in situ proximity ligation (isPLA), microscale 

thermophoresis (MST) and surface plasmon resonance (SPR) assays and was found to be 

a strong selective inhibitor of MYC:MAX interaction in cells and in vitro at single-digit 

micromolar concentrations without affecting MYC expression. SPR showed that 



MYCMI-6 binds to the recombinant MYC bHLHZip domain with a KD of 1.6 ± 0.5 μM. 

MYCMI-6 downregulated MYC-driven transcription and inhibited tumor cell 

proliferation and viability in a MYC-dependent manner in the low micromolar range, 

but was not cytotoxic to normal cells. In vivo studies using a xenograft mouse model of 

MYCN-amplified neuroblastoma revealed that daily intraperitoneal injections of 

MYCMI-6 led to reduced tumor cell proliferation, reduced microvascular density and 

induced massive apoptosis in tumor tissue without causing severe side effects for the mice.  

MYCMI-7 is another of the top hits identified in the BiFC screening. The efficacy and 

selectivity of MYCMI-7 was further validated with respect to inhibition MYC:MAX 

interaction, binding to MYC and effects MYC-driven tumor cell growth. Using a number 

of protein interactions assays which could demonstrate that MYCMI-7 efficiently blocks 

MYC:MAX interaction both in cells and in vitro. Using MST and SPR we showed that 

MYCMI-7 binds to recombinant MYC with an affinity of approximately 4 M. In 

contrast to MYCMI-6, MYCMI-7 downregulated the steady state levels of MYC protein 

subsequent to the inhibition of MYC:MAX interaction, suggesting that it could inhibit 

MYC in both direct and indirect ways. MYCMI-7 strongly inhibited tumor cell growth 

and induced apoptosis in a MYC dependent manner in a number of different tumor cell 

lines such as neuroblastoma, glioblastoma, Burkitt’s lymphoma, AML, lung cancer and 

several other epithelial tumors as well as patient-derived AML and glioblastoma tumor 

samples, while it only causing G1 arrest with cytotoxicity in normal cells. Moreover, 

MYCMI-7 blocked transformation of primary rat embryo fibroblasts by MYC together 

with activated RAS. Importantly, treatment with MYCMI-7 in vivo inhibited tumor 

growth and prolonged survival in mouse models of MYC-driven acute leukemia, triple 

negative breast cancer and MYCN-amplified neuroblastoma.  

Besides MYCMI-6 and MYCMI-7, yet another compound MYCMI-2 was identified from 

the BiFC screening. MYCMI-2 exhibited outstanding specific inhibition of 

heterodimerization of in vitro translated or recombinant MYC and MAX in vitro as 

determined by split GLuc, SPR and FRET assays, the latter showing an IC50 of 150 nM. 

Further, MYCMI-2 bound to MYC with extraordinary high affinity (KD 1.3 nM) as 

determined by SPR. We utilized cell based Gluc and isPLA to validate MYCMI-2’s 

MYC:MAX inhibitory efficacy in cells. The latter assay demonstrated an IC50 of about 5 

μM in MCF7 cells. Further, MYCMI-2 inhibited MYC-driven tumor cell growth and 

viability in a MYC-dependent manner, in a number of tumor cell lines with an IC50 of 

1.5-6 μM, while viability of normal cells was not affected. Due to the difference between 

MYCMI-2’s extraordinary activity in vitro and limited efficacy in cell cultures, we 

attempted to identify analogues with improved efficacy in cells with maintained activity 

in vitro. The analogue molecule MYCMI-2:7 showed lower but acceptable potency and 

maintained selectively towards MYC:MAX heterodimerization in vitro compared with 

MYCMI-2, but demonstrated slightly better MYC:MAX inhibitory effect in the cell 

based Gluc and the isPLA assays with inhibition down to about 40% of DMSO treatment. 

Unlike MYCMI-2, MYCMI-2:7 downregulated the endogenous MYC protein level in 



 

 

MCF7 cells, which indicated that MYCMI-2 and MYCMI-2:7 work via different 

mechanism. In conclusion, we have demonstrated that MYCMI-2 has an extraordinary 

potency in vitro binding at a KD of 1 nM, and an activity in cells in the lower μM range, 

while the analogue MYCMI-2:7 was less active in vitro and only marginally better in 

cells. Both molecules could potentially contribute to the development of bioactive MYC 

inhibitors of therapeutic interest in cancer therapy in the future. 

We now try to improve the bioactivity of these compounds by modifications, evaluate 

their efficacies in vivo, and to further elucidate their mode of action and selectivity. Our 

protein-protein interaction platforms could potentially be used for high-throughput 

screens of larger chemical libraries for inhibitors of interactions between MYC and MAX 

as well as other cofactors of therapeutic and biological interest. We hope this project will 

lead to better understanding of the biological functions of the MYC network during 

tumorigenesis and provide new therapeutic tools to combat cancer in the future. 
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1 INTRODUCTION 

1.1 CANCER 

Cancer, by definition, quoted from the WHO, is the rapid creation of abnormal cells with the 

potential to grow beyond their usual boundaries, and which can then invade adjoining parts of 

the body and spread to other organs, the latter process is referred to as metastasis. So, in short, 

cancer is a subset of neoplasms with the potential to invade or spread to other parts of the body. 

How does cancer arise?  Research during the last decades has demonstrate that cancer is caused 

by genetic or epigenetic aberrations, leading to loss of control over cell proliferation and cell 

division. Cancer is a heterogeneous malignant disease, that the mechanisms of cancer 

development are still not fully elucidated, so as the optimal treatment strategies for different 

cancers.  

However, there are several barriers against transformation of normal cells to malignant cells, 

as was summarized in 2000 by Hanahan and Weinberg. They defined six hallmarks of cancer, 

capabilities that pre-malignant cells have to acquire step by step to evolve progressively to a 

neoplastic state. These include sustaining proliferative signaling; evading growth suppressors; 

evading apoptosis; limitless replicative potential; sustained angiogenesis and tissue invasion 

and metastasis (Hanahan and Weinberg, 2000). 

In addition to these six, two new hallmarks, genome instability and tumor promoting 

inflammation, were included in the updated in the latest version of the article in 2011, as well 

as two emerging hallmarks, reprogramming energy metabolism and evading the immune 

system (Hanahan and Weinberg, 2000, 2011).  

1.1.1 Sustaining Proliferative Signaling 

The growth and proliferation of normal cells are under control of growth factors, mitogens and 

hormones produced by other cells in the microenvironment or from distant locations in the 

body. These ligands bind receptors, such as transmembrane proteins on the cell surface or 

intracellular receptors such as the inositol trisphosphate receptor (InsP3R) and nuclear 

hormone receptors. Once bound by ligand, the receptors become activated and initiate 

downstream signaling cascades, for instance by phosphorylation. Cancer cells bypass the 

external growth stimuli as a result of genetic or epigenetic alterations the receptors or affecting 

further downstream component in the signaling pathway, such as mutant RAS, which becomes 

constitutively active.  In this way, tumor cells have self-sufficiency in growth signaling.  



 

12 

1.1.2 Evading Growth Suppressors  

Nevertheless, despite uncontrolled growth stimulation, not all cells will develop into tumor 

cells because of the existence of “gatekeepers” tumor suppressor genes. The two most 

important and well characterized tumor suppressors are pRB and p53, which are often found 

to be altered or mutated in cancers, leading to loss of function (Dick and Rubin, 2013; Hemann 

et al., 2005; Indovina et al., 2013; Vousden and Lane, 2007). Without these critical 

“gatekeepers”, cells become insensitive to negative regulators of proliferation, and anti-growth 

signals will not be able to pass on to command the cell to stop proliferation or to undergo 

programmed cell death by apoptosis.  

1.1.3 Evading apoptosis 

Apoptosis is defined as programmed cell death, which together with cell senescence, is 

considered as the most important barriers towards cancer development (Collado et al., 2007). 

Normal cells usually respond to transformation-associated stress, including irreparable DNA 

damage, uncontrolled proliferation, or matrix detachment, by apoptosis, while cancer cells 

are often able to surpass apoptotic response by various mechanisms (Koff et al., 2015; Lopez 

and Tait, 2015; Polyak et al., 1997), thereby allowing genetic aberrations to accumulate and be 

passed on to the daughter cells. 

1.1.4 Limitless replicative potential 

Unlike normal cells, which have a limited lifespan and restricted number of growth-and-

division cycles, also known as Hayflick Limit beyond which cells enter replicative senescence, 

cancer cells can overcome this limitation, keep on dividing and eventually become immortal. 

Replicative senescence, which is part of the cellular aging process, is due to telomere erosion. 

Telomeres are regions at the ends of each chromosome containing repetitive nucleotide 

sequences that protect the end of the chromosome from deterioration or from fusion with 

neighboring chromosomes (Dick and Rubin, 2013; Indovina et al., 2013). Normal cells 

progressively get shorter in telomeres the more cycles they have divided, until the critical 

shortening causes chromosomal fusion and breakage (Shay, 2016). This due to end 

replication problem that the synthesis of Okazaki fragments during DNA replication 

requires RNA primers attaching ahead on the lagging strand. After the last RNA primer is 

attached and degraded, part of the telomere is lost during each cycle of replication at the 5' end 

of the lagging daughter strands where the RNA primers attached. Telomerase is 

a ribonucleoprotein that adds a species-dependent telomere repeat sequence to the 3' end 

of telomeres. It is a reverse transcriptase (TERT, or hTERT in humans), which is normally 
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active in normal stem cells but absent from, or at very low levels in most somatic cells. 

Telomerase maintains telomere ends by catalyzing addition of nucleotides to the ends of the 

telomere repeats (Gunes and Rudolph, 2013). In order to escape from the irreversible 

shortening of telomeres, cancer cells can stabilize telomeres length by the reactivation of 

telomerase. Telomerase allows each offspring to replace the lost bit of DNA, facilitating the 

cell to divide without ever reaching the Hayflick Limit.  

1.1.5 Sustained angiogenesis 

The uncontrolled growth of cancer cells requires blood vessels to transport oxygen and 

nutrients to the tumor, as well as removal of waste products (Carmeliet and Jain, 2000; 

Sakurai and Kudo, 2011). Angiogenesis refers to the formation of new blood vessels from 

pre-existing ones by proliferation of endothelial and other cells supporting the vessels.  

Pathological angiogenesis triggered for instance by excess vascular endothelial growth factor 

(VEGF), facilitates the aggressiveness and metastasis of cancerous tissue (Ferrara et al., 

2003).  

1.1.6 Tissue invasion and metastasis 

Cancerous invasion and metastasis are responsible for over 90% of cancer-related deaths 

(Steeg, 2006). A successful metastasizing cancer cell, much like a seed, need to survive 

extreme stress to be able to colonize into foreign soil. It first has to migrate through the 

extracellular matrix (ECM), passing through basement membrane, thereafter penetrate 

vasculature and survive in the circulation, finally invade and colonize distant organs 

(Massague and Obenauf, 2016; Valastyan and Weinberg, 2011). The invasion and metastasis 

process may involve multiple steps of cell-biological and molecular changes, which also offer 

therapeutic targets for cancer therapy. 

1.1.7 Reprogramming energy metabolism 

Another important characteristic of cancer cells is their reprogramming of metabolism, for 

instance their utilization of glucose and glutamine for energy production and biosynthesis as 

compared to normal cells (Dang, 2010). Due to uncontrolled growth, cancer cells apparently 

require more energy, but they metabolize glucose less efficiently, which is one of the 

paradoxes with cancer cells (Altman et al., 2016; Pavlova and Thompson, 2016).  One 

plausible reason behind this phenomenon might be that cancer cells not only use glucose 

purely for energy production, but the intermediate products of glucose are used for 

biosynthesis to support cell division (Cairns et al., 2011). 
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There are multiple mechanisms and signaling pathways could promote glucose uptake in 

cancer cells. Increased expression of hypoxia-inducible factor (HIF) in cancer cells, for 

instance, increases the expression of glucose transporter (GLUT) and hexokinase (trapping 

the inflowing glucose), and aberrant PI3K/AKT signaling increases expression of GLUT1 

and protein translocation to the cellular membrane, and so do oncogenic KRAS and BRAF 

signaling (Hay, 2016; Szablewski, 2013). Glutamine is the most abundant nutrition in human 

plasma, and it acts as a source of carbon and nitrogen in cancer cells as well. In 

glutaminolysis, the enzyme glutaminase converts glutamine to glutamate, which will be 

further catabolized in the tricarboxylic acid cycle (TCA cycle). The glutamine transporter 

SLC1A5 is often upregulated in cancer cells, thus affecting the metabolic pathways (Hsieh et 

al., 2015). 

1.1.8 Evading the immune system 

Long before the capability of avoiding immune detection became a cancer hallmark, the 

theory of ‘cancer immune surveillance’ was developed (Burnet, 1957; Dunn et al., 2002). 

The immune system protects the organism against foreign pathogens and diseases, but it also 

plays a very important role in clearing the body’s own unhealthy or abnormal cells. The 

immune system is also able to recognize and eliminate cancer cells, an important process 

which is utilized and enforced for immune therapy.  

Human immune system is classified into two categories: innate and adaptive system, both of 

which play a role in eliminating tumor cells.  During the process of immunoediting initial 

immunosurveillance is followed by tumor progression during different phases that can be 

divided into elimination, equilibrium and escapes phases. Interestingly immunoediting by 

cancer cells and immune cells was proposed to exhibit a dual role in both promoting host 

protection against cancer and facilitating tumor escape from immune destruction (Malmberg, 

2004; Schreiber et al., 2011). 

Normal cells evolve progressively to became cancerous, and the eight hallmarks of cancer 

describe above are acquired step by step and not necessarily in a particular order. Can those 

hallmarks be served as cancer targets?  Some aspects of the hallmarks will be explored the 

further in the following chapters. 
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1.2 ONCOGENES, TUMOR SUPPRESSOR GENES AND CELL SIGNALING 

Activation of oncogenes and inactivation of tumor suppressor genes are the main critical cause 

of cancers. Therefore, in the following chapters, oncogene and tumor suppressor genes, as well 

as cell cycle, cell signaling pathways involved in the tumorigenesis will be examined further. 

1.2.1 Proto-oncogene and oncogenes 

Oncogenes, by definition, refer to those genes that have the potential to cause cancer, and they 

are often found mutated or overexpressed in tumor cells (Adamson, 1987; Chial, 2008; 

Weinstein and Joe, 2008). A proto-oncogene is a normal gene that could become an oncogene 

due to point mutations, translocation, amplification or increased expression. In fact, many 

proto-oncogenes are necessary for survival, they only cause cancer when they acquire a “gain-

of-function” due to, for instance, point mutations, chromosomal translocation or deregulated 

of amplification. Examples of well characterized proto-oncogenes are RAS, PI3K 

(phosphatidylinositol 3-kinase) and MDM2 (mouse double minute 2). There are several 

systems for classifying oncogenes, and one of the widely accepted methods is to categorize 

oncogenes by functions, for instance, growth factors/mitogens (PDGF, VEGF); receptor 

tyrosine kinases (EGFR, PDGFR, VEGFR); cytoplasmic tyrosine kinases (SRC, BTK); 

serine/threonine kinases (RAF, AKT); regulatory  GTPases (RAS),  transcription factors (MYC 

, JUN) and anti-apoptotic genes (BCL-2, BCL-XL). 

RAS family proto-oncogenes (HRAS, KRAS and NRAS), named after Rat sarcoma, were 

discovered originally as part of oncogenic retroviruses in rats during the 1960s (Harvey, 1964). 

They encode RAS proteins, which are cellular signal transducers. RAS belongs to the GTPases 

superfamily and is associated with the plasma membrane to transduce extracellular signals 

from the plasma membrane to the cytoplasm and into the cell nucleus (Malumbres and 

Barbacid, 2003).  

Mutations in certain oncogenes is often linked to specific cancers, for example HER2 mutation 

in breast cancers (Krishnamurti and Silverman, 2014; Moasser, 2007; Petrelli et al., 2017). 

Identification of point mutations or other aberrations in oncogenes plays an important role 

cancer diagnosis, as well as in targeted treatment and prediction of prognosis of benefit for 

many cancer patients today and even more in the future.  

1.2.2 Tumor suppressor genes 

Tumor suppressor genes are, on the contrary, genes that protect cells from transforming into 

tumor cells. They function through, for instance, slowing down cell division by regulating the 

https://en.wikipedia.org/wiki/Cell_(biology)
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cell cycle, by repairing DNA damage, or by initiating apoptosis in abnormal cells, such as p53. 

Basically, tumor suppressor genes serve as antagonists to oncogenes. In many tumors, these 

genes are lost or inactivated, leading to lack of negative regulators of cell proliferation and 

survival, thereby contributing to abnormal proliferation and tumor development, much like the 

scenario of a speeding car without having a brake.  

The retinoblastoma protein (pRb) was the first tumor suppressor protein discovered in humans. 

pRb, which is a transcription factor, can prevent excessive cell growth by inhibiting cell cycle 

progression from G1 to S phase, resulting in G1 arrest (Lee et al., 1984; Murphree and 

Benedict, 1984).  

Another tumor suppressor protein, phosphatase and tensin homolog (PTEN) is a phosphatase 

that dephosphorylates PIP3 to PIP2, thereby antagonizing the PI3K/AKT-pathway, which 

regulates proliferation and survival (Manning and Dyson, 2011; Milella et al., 2015). 

p53, known as the guardian of the genome, is another classic tumor suppressor (Lane, 1992). 

p53 is a transcription factor and plays an important role in regulation of the cell cycle, apoptosis, 

and genomic stability. p53 is activated in response to diverse stress, including DNA 

damage (for instance caused by UV irradiation, ionizing irradiation or chemical 

agents), osmotic shock, oxidative stress, ribonucleotide depletion and deregulated oncogene 

expression. Mechanisms leading to p53 activation can be stimulus-dependent: DNA damage 

induces p53 phosphorylation mediated by ATM/CHK1, blocking MDM2-mediated 

degradation by preventing p53:MDM2 interaction (Kastenhuber and Lowe, 2017; Shieh et al., 

1997; Zhang et al., 1998), whereas oncogenic signaling induces the ARF tumor suppressor to 

sequester MDM2 into the nucleolus or by inhibiting the E3 ligase activity of MDM2, thus 

protecting p53 from degradation (Quelle et al., 1995; Pomerantz et al., 1998;Moll and Petrenko, 

2003). 

p53 arrests or eliminate cells following DNA damage, it is crucial for a reversible DNA 

damage-induced G1 phase checkpoint (Kastan et al., 1991) via activation of p21, which is a 

cyclin-dependent kinase inhibitor (Harper et al., 1993; Harper et al., 1995). Cell cycle arrest 

facilitates DNA repair, after which the cell cycle can restart. p53, in association with pRb, can 

alternatively induce cellular senescence following oncogenic stress and DNA damage in certain 

cell contexts. Upon severe DNA damage that cannot be repaired, p53 induction can lead to 

apoptosis by promoting of pro-apoptotic members of the BCL-2 family (BAD, BAX and BAK 

etc.), or alternatively increasing other p53 regulated modulators of apoptosis (PUMA, NOXA 

etc).  
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Inherited abnormalities sometimes contribute to the tumorigenesis, like inherited mutation in 

the BRCA1 or BRCA2 genes; acquired mutations are more common in tumor suppressor genes 

mutation like p53, which has been found in more than half of human cancers (Mei and Wu, 

2016). 

1.2.3 Cell signaling 

As it is described in the previous chapter, cells respond to external signals such as growth 

stimuli through plasma membrane surface receptors, which can be classified as tyrosine kinase 

receptors (RTK); G-protein couple receptors (GPCR); NOTCH receptors and etc. Upon 

binding, receptors transmit signals into cell interior via activation of different signaling 

pathways. There are several signaling pathways which are highly related to tumorigenesis, 

therefore will be discussed in more detail. 

As an example, the epidermal growth factor (EGF) signaling pathway plays an important role 

in cell proliferation and the prevention of apoptosis (Chang et al., 2003). Upon binding of EGF 

ligand to the EGF receptor (EGFR), which is a transmembrane receptor, EGFR will 

homodimerize and become activated leading to auto-phosphorylation of the receptor at 

multiple sites. The phosphorylated tyrosine residues at the Y992, Y1045, Y1068, Y1148 and 

Y1173 EGFR becomes a docking sites for adaptor proteins such as GRB2, which recognizes 

phosphorylated tyrosine residues and conformational changes via its SH2 domain, and 

transduces the signal further downstream into the RAS signaling pathway. GRB2 and the 

guanine nucleotide exchange factor (GEF) or “son of sevenless” (SOS), will interact with the 

GTPase RAS by exchanging binding of GDP for GTP, thereby turning RAS into the active 

state. This in turn will trigger downstream signaling through for instance the RAF/MEK/MAP 

kinase and PI3K/AKT pathways. The active state of RAS can be reversed by GTPase activating 

proteins (GAPs). In many cancers RAS is constitutively activated by mutations that prevent 

GTP hydrolysis, thus locking RAS into a permanently active state.  In addition to mutations, 

overexpression and amplification of growth factors signaling through RAS, inactivation of 

GTPase activating protein (GAPs), as well as upregulation of GRB2 adaptor proteins also lead 

to hyperactive RAS thereby promoting tumorigenesis (Malumbres and Barbacid, 2003).  

The RAF family of proteins (RAF1, ARAF, and BRAF) are serine/threonine kinases that bind 

to the effector region of RAS-GTP, thus inducing translocation of the protein to the plasma 

membrane. Following activation of GTP-bound RAS, RAF is in turn activated by interaction 

with RAS and by homodimerization and phosphorylation (Chong et al., 2001; Luo et al., 1996; 

Weber et al., 2001). The RAF kinase initiates a phosphorylation cascade by phosphorylating 

https://en.wikipedia.org/wiki/Signal_transducing_adaptor_protein
https://en.wikipedia.org/wiki/GRB2
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and activating the serine/tyrosine/threonine kinase MEK, which in turn phosphorylates and 

activates a mitogen-activated protein kinases (MAPK) including extracellular signal regulated 

kinase (ERK), which are serine/threonine-selective protein kinases. 

Finally, the ERK/MAPK component in this kinase cascade phosphorylates target proteins such 

as the transcription factor MYC and FOS and thereby regulate gene transcription (Leone et al., 

1997; Lo et al., 2006; Sears et al., 1999). In addition, SRC family kinases can promote the 

above signaling pathway by phosphorylating RAF in the presence of RAS (Weber et al., 2001; 

Williams et al., 1992), or binding to and phosphorylating RAS directly on a conserved tyrosine 

at position 32 (Bunda et al., 2014).  

Apart from the MAPK pathway, phosphatidylinositol 3-kinase (PI3K) is another main effector 

pathway of RAS, regulating cell growth, cell cycle entry, cell survival, cytoskeleton 

reorganization, and metabolism (Castellano and Downward, 2011; Tsai et al., 2012). PI3K is 

also a key component in insulin and growth factors pathways, growth factor receptors such as 

IGF1 receptor, epidermal growth factor receptor (EGFR), platelet-derived growth factor 

receptor (PEGFR) and others can activate PI3K (Vivanco and Sawyers, 2002). Similar as 

activation of GRB2 discussed above, PI3K activation triggered by binding with tyrosine kinase 

receptors (RTK), dimerization and autophosphorylation at tyrosine residues of the RTKs, 

which allows them to interact with SRC homology 2 (SH2) domain–containing molecules 

(Pawson and Nash, 2003; Schlessinger, 2002).  It was reported that PI3K activation pathways 

depend on the adaptor protein GRB2 as well through a large complex including RAS, SOS and 

GRB2-associated binder (GAB). 

The second messenger PIP3 is generated by phosphorylation of PIP2, where tumor suppressor 

PTEN can stop the process by dephosphorylating PIP3 to PIP2. PIP3 is a membrane-docking 

site for AKT and it binds to phosphoinositide dependent kinase 1 (PDK1), which further 

activates AKT by phosphorylating it at threonine 308 at the plasma membrane. Activated AKT 

subsequently inhibit pro-apoptotic BCL-2 family members BAD and BAX thereby promoting 

cell survival (Cantley, 2002; Engelman et al., 2006; Manning et al., 2002). AKT also 

downregulates transcription factor NF-κB, and phosphorylates MDM2, resulting in increased 

p53 degradation, in turn leading to decreased p53 mediated apoptosis.  

In addition, PI3K/AKT activates mTOR-signaling. mTOR (mammalian target of rapamycin) 

serves as a core component of two distinct protein complexes, mTOR complex 1 

(mTORC1) and mTOR complex 2 (mTORC2), which regulate different cellular processes. 

mTORC1 functions as a sensor of nutrition and redox, responding to growth factors, energy 

https://en.wikipedia.org/wiki/Transcription_factor
https://en.wikipedia.org/wiki/C-myc


 

 19 

status, amino acid levels, and cellular stress, its activation stimulates increased translation. 

mTORC1 is regulated by tuberous sclerosis complex proteins 1 and 2 (TSC1 and 2), which 

form a protein complex. TSC2 is a heavily phosphorylated protein that senses a variety of 

growth factors and stress signals such as EGF, phorbol esters, and constitutively active mutant 

RAS. TSC2 contains a GTPase Activating Protein (GAP) domain, via which, TSC2 

subsequently releases TSC inhibition of the GTPase Ras homolog enriched in brain (RHEB), 

resulting in the activation of mTORC1 (Mendoza et al., 2011). In turn, mTORC1 

phosphorylates S6K and promotes mRNA translation and cell growth. TSC1 does not have a 

GAP domain but it acts as a stabilizer of TSC2 by protecting it from degradation (Sengupta et 

al., 2010). 

Besides the AGC (protein kinase A, G, and C) family kinase p70 ribosomal S6 kinase (S6K) 

as mentioned above, mTORC1 also phosphorylates eukaryotic initiation factor 4E-binding 

protein 1 (4E-BP1). S6K1 and 4E-BP1 are two main regulators of mRNA translation and 

ribosome biogenesis, their inactivation stimulates protein synthesis and cellular growth 

(Mamane et al., 2006; Proud, 2009).  4E-BP1 blocks translation initiation factor eIF4E 

which is considered as oncogenic and a target of MYC.  4E-BP1 undergoes caspase-

dependent cleavage in apoptotic cells. The cleaved 4E-BP1 binds strongly to eIF4E, 

fails to become sufficiently phosphorylated and thus inhibits cap-dependent translation 

(Tee and Proud, 2002). In addition, consecutively active 4E-BP1 mutant with all 

phosphorylation sites mutated to Ala delays G1 progression in cell cycle and blocks 

MYC-induced transformation by increasing apoptosis (Lynch et al., 2004), and 

suppresses tumor growth in breast carcinoma (Avdulov et al., 2004). 

mTORC2 phosphorylates AKT (also known as protein kinase B) and SGK (serum 

glucocorticoid-induced kinase), and regulates cytoskeleton organization, cell survival, as 

well as lipid metabolism (Julien et al., 2010). 

 

https://en.wikipedia.org/wiki/GTPase_Activating_Protein
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Figure 1. Cell signaling via the RAS/MAPK and PI3K/AKT pathways. The 

RAS/RAF/MEK/ERK and RAS/PI3K/mTOR pathways respond to extracellular and 

intracellular cues to control cell survival, proliferation, motility, and metabolism. Adopted 

from Mendoza & Blenis, The Ras-ERK and PI3K-mTOR Pathways: Cross-talk and 

Compensation, Trends Biochem Sci. 2011 Jun; 36(6): 320–328. 

 

1.3 CELL CYCLE 

In eukaryotic cells, the cell cycle is divided into several different phases and involves two major 

events; DNA replication to duplicate the genome, which occur in the synthesis (S) phase and 

mitosis followed by cell division, which occurs in the M phase, in order to create. The S and 

M phase are preceded by the G1 and G2 phases, respectively. The G1, S and G2 phases are 

collectively called the interphase.  

In G1 phase, cells synthesize mRNA and proteins in preparation for the S phase. The G1phase 

contains a restriction point (R) before S phase. G2 phase follows the successful completion of 

S phase, with rapid cell growth and protein synthesis which prepare cells for the M phase, 

which consists of mitosis and cytokinesis. Mitosis can be divided into prophase, prometaphase, 

metaphase, anaphase and telophase. During the telophase, replicated chromosomes are 

separated, as well as separation of other component such as membrane and cytoplasm. 

Cytokinesis is the part of the cell division process during which the cytoplasm of a 

single eukaryotic cell divides into two daughter cells. Cells can also residue in a 

quiescent/resting state called G0, from which the cell cycle can be activated. This G0 phase 

https://en.wikipedia.org/wiki/Cell_division
https://en.wikipedia.org/wiki/Biological_process
https://en.wikipedia.org/wiki/Cytoplasm
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may be a temporary resting period or more permanent if a cell has reached an end stage of 

development and will no longer divide. 

The cell cycle is tightly monitored and controlled by positive and negative regulators called 

cyclins, cyclin-dependent kinases (CDKs) and CDK inhibitors. CDKs are a family of 

serine/threonine kinases whose activity depends on association with cyclins, which are non-

catalytic positively regulatory subunits interacting with specific CDK substrates.  

In general cyclin/CDKs complexes are the positive regulators to promote cells enter the next 

phase, such as cyclin D/CDK4 (upregulated in G0/G1), cyclin E/CDK2 (upregulated in G1/S 

transition) and cyclin B/CDK1 (upregulated in M and G2). The activities of the cyclin/CDK 

complexes are counteracted by CDK inhibitors (CKIs), which are negative regulators of the 

cell cycle. These consist of the CIP/KIP (CDK interacting protein/Kinase inhibitory protein) 

family including the p21, p27 and p57, and INK4/ARF family (Inhibitor of Kinase 

4/Alternative Reading Frame) which includes p16INK4a, p15INK4b, p18INK4c, p19INK4d. p21, p27 

and p57 primarily bind and inhibit cyclin E/CDK2, cyclin A/CDK2 and cyclin B/CDK1 

complexes (Bouchard et al., 1999; Harper et al., 1995; Seviour et al., 2016), limiting G1/S 

phase and cell proliferation progression. As a major target of p53, p21 is induced following 

p53 activation during oncogenic stress and DNA damage to rapidly arrest the cell cycle in order 

to prevent tumorigenesis (Abbas and Dutta, 2009; Claassen and Hann, 2000; Passos et al., 

2010). The INK4 family proteins bind to CDK4 and CDK6 and induce an allosteric change 

that leads to the formation of CDK/INK4 complex rather than CDK/cyclin complex thereby 

preventing G1-S phase transition (Sherr and Roberts, 2004). 

Checkpoints are surveillance mechanisms that monitor the order, integrity, and fidelity of the 

major events of the cell cycle, such as cell size control, DNA damage control, DNA replication 

control etc.(Barnum and O'Connell, 2014).The well characterized checkpoints are G1 

checkpoint, G2/M (DNA damage) checkpoint and metaphase or spindle checkpoint.   

In the presence of mitogenic stimuli, the MAPK kinase cascade, which is activated by RAS 

signaling pathway, will in turn activate cyclin D/CDK4 and cyclin D/CDK6 complex, therefore 

promoting G1 progression. On the contrary, tumor suppressor pRb prevents G1 to S phase 

transition by binding the transcription factor E2F/DP1, which controls S phase genes (Datta et 

al., 2003). The pRB/E2F/DP complex acts as transcriptional repressor by recruiting histone 

deacetylase (HDAC) complexes to the chromatin, which successively results in the 

transcription inhibition and DNA synthesis repression, thereby executing the late G1 phase 

restriction point.  

https://en.wikipedia.org/wiki/TP53
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Cyclin E/CDK2 complex “hyperphosphorylates” pRb, which ensures complete inactivation of 

pRb. In the absence of pRb, E2F1 along with its binding partner DP1, mediates the 

transactivation of E2F1 target genes that facilitate the G1/S transition and S phase. The 

hyperphosphorylation of pRB by cyclin D/CDK4/6 and cyclin E/CDK2 thereby overrides the 

late G1 restriction point, after which the cell is committed to progress into the S phase of the 

cell cycle. On the other hand, signals activating CKIs that inhibit Cyclin D/CDK4 or cyclin 

E/CDK2, such as p15, p16, p12 and p27, will keep pRb in active state and prevent passing of 

the R point. 

The G2/M checkpoint serves to prevent the cell from entering mitosis (M phase) with genomic 

DNA damage. The cyclin B/CDK1 complex promotes the G2-phase transition wherein CDK1 

is maintained in an inactive state by the tyrosine kinases WEE1 and MYT1, while phosphatase 

CDC25 family protein activates CDK1 by dephosphorylation (Boutros et al., 2007). 

It is reported that once approaching M phase, Aurora A and the cofactor BORA activate PLK1, 

which in turn activates CDC25 and downstream CDK1 activity, hence establishing a feedback 

amplification loop that efficiently drives the cell into mitosis (Ciccia and Elledge, 2010). 

Importantly, DNA damage triggers ATM/ATR kinases, which involves phosphorylation of p53 

and allows for its dissociation from MDM2 and MDM4, which prevent p53 degradation thus 

upregulating p53 target genes p21, 14-3-3σ, and GADD4, and downregulating CDC25. p21 

inhibits the cyclin B/CDK1complex, as well as its activating kinase CAK; GADD45 promotes 

dissociation of the Cyclin B/CDK1 complex; 14-3-3σ sequesters CDC25 in the cytoplasm 

(Varmeh and Manfredi, 2009), thereby preventing G2-M phase transition. 

 

1.4 APOPTOSIS AND SENESCENCE 

Apoptosis is referred to a programmed cell death, which means that the cell death process 

follows a controlled, predictable and energy-dependent route. The initiation or activation of 

apoptosis could be categorized into intrinsic (mitochondrial) pathway and extrinsic (death 

receptor) pathway (Koff et al., 2015). Both pathways involve caspases, which are protease 

enzymes which cleave target proteins via their cysteine protease activity. They can be classified 

into three groups: initiator (caspase 2,8,9,10), executioner (caspase 3,6,7) and inflammatory 

(caspase 1,4,5,11,12,13). The first two groups play very important roles in apoptosis.   

The complex apoptosis process involves many modulators that coordinate the event. Multiple 

stress-inducible molecules, for example, c-Jun N-terminal kinase (JNK), mitogen-activated 
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protein kinase (MAPK)/extracellular signal-regulated protein kinase (ERK), nuclear factor 

kappa B (NF-κB) or ceramide, have been implied in transmitting the apoptotic signal (Davis, 

2000; Fulda and Debatin, 2016; Karin et al., 2002). 

Apoptosis normally occurs during development and aging and as a homeostatic mechanism to 

maintain cell populations in tissues (Elmore, 2007). It also occurs as a defense mechanism such 

as in immune reactions or when cells are damaged by disease or noxious agents (Norbury and 

Hickson, 2001). Therefore, apoptosis is considered as an important barrier against cancer and 

involved crucially in the regulation of tumor formation, it protects cells from uncontrolled 

proliferation and transformation. Furthermore, apoptosis critically determines the treatment 

response, to example, the failure to undergo apoptosis may result in treatment resistance. 

The intrinsic pathway is usually activated by cellular stresses, such as radiation exposure or 

growth factor deprivation. The regulation of the intrinsic pathway is balanced by the pro-

apoptotic (BAX, BAK and others) and the anti-apoptotic (BCL-2 and BCL-XL and others) 

members of the BCL-2 family (Eischen et al., 2001; Vogler et al., 2011). There are three 

functionally important BCL-2 homology domains (BH1 BH2 and BH3) which are in close 

spatial proximity. They form an elongated cleft that may provide the binding site for other 

BCL-2 family members. In more detail, intracellular stress activates the pro-apoptotic BH3-

only members, which have only one BCL-2 homology domain, including BIM, PUMA, 

NOXA, DP5, BID and others (Strasser, 2005). These proteins initiate apoptosis signaling by 

binding to the BCL-2 pro-survival proteins associated with the mitochondrial membrane 

including BCL-2, BCL-XL and others, resulting in the recruitment of BAX and/or BAK from 

cytosol to mitochondrial membrane (Jeong et al., 2004; Schellenberg et al., 2013). 

This leads to the permeabilization of mitochondrial membrane, followed by the release of 

cytochrome c from mitochondria. Cytochorme c thereby activates apoptosome (APAF-1) 

which in turn cleaves the pro-enzyme of caspase-9 into the active dimer form, by 

dephosphorylation inducing conformational changes.  They induce the activation of caspase-9, 

and downstream caspase-3, 6, and 7, eventually leading to apoptosis (Hotchkiss et al., 2009). 

It was reported that the activation of BCL-2 pro-apoptotic members is cell type specific and 

dependent on the different sources of stresses. Moreover, the pro-apoptotic members can 

downregulate pro-survival members (Youle and Strasser, 2008). 

The other major apoptosis pathway, extrinsic pathway, is initiated by activation of tumor 

necrosis factor (TNF) super-family such as FasL, followed by binding to the cell-surface death 

receptors such as FAS or TNFR that have an intracellular death domain. FAS-associated death 
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domain (FADD) binds to above death receptors on death domain (DD) at the plasma membrane 

so to recruit caspase-8 via death effector domain (DED) binding. Caspase-8 is then activated 

by FADD by formation of the death inducing signaling complex (DISC), and subsequent 

effectors downstream caspase-3, 6, and 7 for eventual proteases activation. The BH3-only 

protein BID is essential for death receptor-mediated apoptosis in beta cells, thereby providing 

cross-talk between the two apoptotic pathways (Hotchkiss et al., 2009; Thomas et al., 2009). 

Oncogenes like BCL2 are potent negative regulator of apoptosis whereas poor inducers of cell 

proliferation. Therefore, it is not sufficient to drive tumorigenesis as a single oncogenic event. 

The cooperation of oncogenes such as MYC and BCL2 lead to suppress apoptosis and drive 

proliferation at the same time, thereby resulting in cellular transformation. Oncogene BCR-

ABL, which is generated by translocation of c-ABL1 on chromosome 9 with the BCR gene on 

chromosome 22, can activate signaling pathways that simultaneously induce cell proliferation 

(PI3K, JAK/STAT, and RAS/RAF/MEK/ERK pathways) and suppress apoptosis (by 

downregulating tumor suppressors), thereby leading to transformation (Fernald and Kurokawa, 

2013).  

Cellular senescence is defined as an irreversible growth arrest, irrespective of the presence of 

growth factors. Senescence is characterized with a high metabolically activity, enlarged 

morphology and a secretory phenotype. Apart from its normal functions which facilitates 

wound healing, tissue repair, and development, senescence is considered as a potent anticancer 

mechanism. 

Senescence can be triggered telomere erosion, so called “replicative senescence”, and is 

associated with cellular aging process. Therefore, senescence is recognized as an important 

contributor to aging and age-related diseases. In addition, premature senescence can be induced 

by different types of stress, inducing oxidative stress, DNA damage, and oncogene 

deregulation. Therefore, it is also suggested as a potential anti-tumor therapy (Debacq-

Chainiaux et al., 2009). Senescence is considered as a barrier against tumorigenesis as it 

suppresses tumor formation by arresting cell cycle and eliminaing the tumor cells via the 

immune system (Kuilman et al., 2010). SASP (senescence-associated secretory phenotype) is 

a major trait of senescence cells, which include secreted proteins such as proinflammatory 

cytokines, lymphokines, growth factors, angiogenic factors, and matrix metalloproteases, 

comprising the senescent cell secretome. The SASP factors therefore promote angiogenesis, 

recruit immune cells for clearance of senescent cells and remodel the extracellular matrix 

(Coppe et al., 2010; Kim et al., 2018; Malaquin et al., 2016). Senescence could potentially be 

utilized for anti-tumor therapy (pro-senescence therapy). However, the role of the SASP is 
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controversial and may favor tumorigenesis depending on the context, such as driving chronic 

inflammation that promote cancer and degenerative diseases (de Visser et al., 2006; 

Grivennikov et al., 2010; Grivennikov and Karin, 2010; Saijo et al., 2010; Terzic et al., 2010). 

Learning how to modulate the SASP (Kuilman and Peeper, 2009) could reduce the negative 

sides of inflammation, promote tissue repair and the immune-mediated clearance of senescence 

tumor cells that otherwise may escape treatment and drive cancer progression. 

 

1.5 DNA DAMAGE 

To maintain the homeostasis of cells, multiple mechanisms are developed including DNA 

damage detection and repair, cell cycle regulation, apoptosis and senescence. One of the 

hallmarks characterizing cancer cells is genomic instability that result in the accumulation of 

chromosomal rearrangements such as deletions, amplifications, inversions, and translocations, 

resulting in extensive aneuploidy. The stability of the genome is guarded by DNA damage 

stress response (DDR) pathway. The DDR pathway is independent of ARF-MDM2-p53 tumor 

suppressive pathway, and is a mechanism that detects DNA lesions, pass through signals in the 

cell that promote DNA repair or alternatively cell cycle arrest, and - if the DNA damage cannot 

be repaired - apoptosis or senescence (Harper and Elledge, 2007; Maclean et al., 2007; Rouse 

and Jackson, 2002). 

DDR is a multi-steps pathway that initiates with recognition of damage DNA by specialized 

“sensor proteins”, followed by DNA repair after activation of DNA damage check point, which 

halts the progression of cell cycle to prevent passing genomic abnormalities to the daughter 

cells during cell division.  

The DDR pathway is tightly controlled by post-translational modifications (PTM), 

including phosphorylation, ubiquitination, sumoylation, methylation, acetylation and other 

modifications (Gorgoulis et al., 2005; Jackson and Bartek, 2009; Norbury and Hickson, 2001; 

Rouse and Jackson, 2002; te Poele et al., 2002). ATM (ataxia telangiectasia mutated) and ATR 

(adenosine triphosphate), as well as protein kinase catalytic subunit (DNA-PKcs), which all 

belong to the PIKK (phosphatidylinositol 3-kinase-related kinase) protein family, are central 

in DDR signaling. ATM and ATR are activated in response to double strand breaks (DSBs) 

and replication stress, respectively, with overlapping but nonredundant activities (Blackford 

and Jackson, 2017; Jackson, 2009; Jackson and Bartek, 2009). ATM, ATR and DNA-PKcs all 

require a specific co-factor for stable recruitment to DNA damage sites, which is the MRN 
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complex for ATM (Falck et al., 2005), ATRIP for ATR (Zou and Elledge, 2003), and Ku80 for 

DNA-PKcs (Gell and Jackson, 1999; Hanakahi and West, 2002; Singleton et al., 1999).  

The MRN complex consists of MRE11, RAD50 and NBS1. It plays an important role of 

initiating DDR signaling and DSB repair. MRE11 is involved in the detection of DSB and the 

repair pathway selection (Lavin, 2007; Lee and Paull, 2007; Williams et al., 2007), as well as 

coordinating the alignment of broken chromosomes (Williams et al., 2008). RAD50 

collaborates with MRE11, holding different DNA molecules together thereby facilitating 

ligation of DNA ends (de Jager et al., 2001). NBS1 protein was identified from Nijmegen 

breakage syndrome (NBS) which is characterized by increased sensitivity to ionizing radiation 

(IR) and a high frequency of malignancies (Rodier et al., 2009; Weemaes et al., 1981). NBS1 

forms complex with MRE11 and RAD50 (MRN complex), and it is considered as the one of 

the first proteins recruited to DBS, to form radiation-induced nuclear foci. NBS1 acts as a 

damage sensor/mediator that recruits the key transducer ATM kinase to DSB sites (Chapman 

and Jackson, 2008; Kang et al., 2002; Nakanishi et al., 2002). There have been evidence 

indicating that NBS1 could be used to measure the DNA damage initiation and it has 

multifunctional roles in response to DNA damage from a variety of genotoxic agents. 

A variety of sophisticated DNA repair machineries can be activated in response to endogenous 

and exogenous genotoxic attacks. When a single strand damage occurs, nucleotide excision 

repair (NER) removes a variety of helix-distorting lesions such as typically induced by UV 

irradiation, whereas base excision repair (BER) targets oxidative base modifications. Mismatch 

repair (MMR) scans for nucleotides that have been erroneously inserted during replication.  

DNA double strands breaks (DSBs) can be repaired either by homologous recombination (HR) 

or by non-homologous end joining (NHEJ).  HR is a genetic recombination in 

which nucleotide sequences are exchanged between two similar or identical molecules of DNA. 

In contrast to HR, NHEJ does not require homology direction, it utilizes short homologous 

DNA sequences called microhomologies to guide repair.  Inappropriate NHEJ can cause 

translocations and telomere fusion which lead to the tumorigenesis. Whether HR or NHEJ is 

used to repair DBS is mainly determined by the phase of cell cycle: HR is usually utilized 

after DNA replication, in the S and G2 phases when sister chromatids are available. NHEJ is 

predominant in the G1 phase of the cell cycle (Li and Heyer, 2008; Weterings and Chen, 2008). 

Upon induction of double strands breaks (DSBs) by agents such as ionizing radiation (IR), 

chemotherapeutic agents, as well as by-products of normal cell metabolism, notably reactive 

oxygen species (ROS), chromatin relaxation occurs rapidly. The stress-activated protein kinase, 

c-Jun N-terminal kinase (JNK), phosphorylates SIRT6 on serine 10 in response to oxidative 

https://en.wikipedia.org/wiki/MRE11A
https://en.wikipedia.org/wiki/Rad50
https://en.wikipedia.org/wiki/Nbs1
https://en.wikipedia.org/wiki/Homologous_recombination
https://en.wikipedia.org/wiki/G1_phase
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stress and it facilitates the mobilization of SIRT6 to DNA damage sites and the activation 

of poly (ADP-ribose) polymerase 1 (PARP1) by mono-ADP ribosylation of PARP1 on lysine 

521. PARP1 in turn mediates the initial recruitment and activation of the MRN/ATM complex 

at DSBs. ATM kinase is thereby activated by MRN and histone acetyltransferase TIP60, 

resulting in the phosphorylation of checkpoint kinase 2 (CHK2) on Thr68. CHK2 in turn 

phosphorylates downstream targets including CDC25, E2F1 and PML (Promyelocytic 

leukemia protein). It also phosphorylates p53 on serine 20, which interferes with MDM2 

binding thereby leading to stabilization of p53 (Hirao et al., 2000; Van Meter et al., 2016).  

ATM also phosphorylates the histone variant H2AX on serine 139 (γH2AX). The γH2AX-

dependent signaling cascade is thereafter induced, which involved the recruitment of DNA 

damage response proteins such as MDC1, RNF8, RNF168, BRCA1 and 53BP1 to DSBs for 

initiating DNA repair (Panier and Boulton, 2013; Scully and Xie, 2013; Starita and Parvin, 

2003).  

Unlike typical IR-induced DSBs, DNA lesions induced by UV light or replication stress, rather 

than ATM activation, lead to replication fork stalling and accumulation of  replication protein 

A (RPA)-coated ssDNA regions, which recruit the ATR/ATRIP (ATR-interacting protein) 

complex and phosphorylate the RAD17/RFC2-5 complexes which are bound to the DNA, thus 

activating the ATR signaling cascade and checkpoint kinase 1 (CHK1) phosphorylation (Zou 

and Elledge, 2003).  ATR phosphorylates substrates such as p53, BRCA1, CHK1, and RAD17. 

The phosphorylation of ATR substrates collectively inhibits DNA replication and mitosis and 

promotes DNA repair, recombination, or apoptosis. Many substrates of CHK1 have been 

identified such as p53, CDC25, p21 etc. (Zhang and Hunter, 2014), and CHK1 play an 

important role in transmitting the signal from ATR leading to cell cycle arrest and repair upon 

DNA damage.  

As a downstream target of ATM and ATR, p53 plays an important role in DDR. Treatment of 

cells with DNA damaging agents such as ultraviolet light (UV), ionizing radiation (IR), and 

numerous cancer therapeutic and/or DNA damage-inducing compounds, increases P53 protein 

levels, either by phosphorylation and degradation of MDM2, or by phosphorylation of p53 

which affects the association of MDM2. Moreover, by inducing p21, p53 causes cell cycle 

arrest, either in the G1 phase before DNA replication or in the G2 phase before mitosis (Fritsche 

et al., 1993; Hartwell and Kastan, 1994; Kastan et al., 1991; Maltzman and Czyzyk, 1984; Zhan 

et al., 1993). This provides a window for DNA repair or elimination of cells with severely 

damaged DNA through apoptosis by transcriptional activation of pro-apoptotic genes by p53 

or through transcription-independent mechanisms (Lakin and Jackson, 1999). 
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Figure 2. Biochemical and Physiological Consequences of the DNA Damage Response. 

Adopted from The DNA Damage Response: Ten Years After, J.W. Harper and S.J. Elledge, 

Molecular Cell,2007 

 

1.6 THE MYC FAMILY 

Over 40 years ago, MYC was discovered as a viral oncogene (v-MYC) carried by some avian 

retroviruses that cause myelocytomatosis, a type of leukemia, from which the name originates. 

After identifying the cellular homologue (MYC or c-MYC) in chicken, the homologous gene in 

humans was identified in Burkitt lymphoma and was found altered and over-expressed in 

various cancers. Later, N-MYC (MYCN) and L-MYC (MYCL) were discovered and became part 

of the MYC family of proto-oncogenes (Brodeur et al., 1984; Kohl et al., 1983; Nau et al., 1985; 

Schwab et al., 1983).  

Most of the functional studies of MYC family members have focused on MYC and MYCN, 

but all MYC family members share highly conserved functional domains. Moreover, the 

expressions of the three genes are differently regulated.  

MYC is commonly expressed in most rapidly proliferating cells/tissues throughout 

development and continues to be expressed in dividing cells of adult tissues (Alt et al., 1986; 

DePinho et al., 1987; Depinho et al., 1986; Zimmerman et al., 1986). 

Whereas MYCN is mostly expressed during embryogenesis in pre-B cells, kidney, forebrain, 

hindbrain, intestine, and particularly highly expressed in the developing brain. After embryonic 

development, MYCN is downregulated and not expressed in most adult tissues but only 
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expressed in immature cells of many lineages in regenerating tissues (Okubo et al., 2005). 

The MYCN oncogene was first identified as an amplified gene in neuroblastoma, which are the 

most common solid tumor in early childhood, and from where MYCN got its name. It is also 

found implicated in retinoblastoma, glioblastoma, medulloblastoma, astrocytoma and small 

cell lung cancer cells  (Beltran, 2014; Breit and Schwab, 1989; Fletcher et al., 1991; Gasperi-

Campani et al., 1998; Ingvarsson, 1990; Leanna Cheung, 2013; Lee et al., 2016; Siegfried and 

Delisle, 2018; Yokota et al., 1989). 

The MYCL gene is less well characterized, but it is homologous to MYC and MYCN, and is 

found amplified in lung cancers therefore named as L-MYC (Barrett et al., 1992; Nau et al., 

1985; Oster et al., 2002; Zimmerman et al., 1986). 

1.6.1 MYC AS A TRANSCRIPTION FACTOR 

MYC functions mainly as a transcription factor, it is known to both activate and repress 

transcription from target genes by binding to DNA and to different cofactors. MYC regulates 

expression of a large number of genes that involved in cell cycle progression, cell growth, 

apoptosis, senescence and metabolism, hence modulates the wide range of cellular events that 

when deregulated promote tumorigenesis. (Conacci-Sorrell et al., 2014; Fletcher and 

Prochownik, 2015).   

MYC belongs to the basic/helix-loop-helix/leucine zipper (bHLHZip) family of transcription 

factors. In order to bind DNA, bHLHZip proteins need to dimerize. MYC homodimerization 

does not occur under physiological conditions, and therefore MYC to dimerize with another 

bHLHZip protein, MAX, which results in stable heterodimer formation with specific DNA-

binding activity. The MYC:MAX complex binds to the DNA sequence 5′-CACGTG-3′ or 

similar sequences, known as an E boxes, and thereby MYC can activate transcription (Berg, 

2011; Blackwell et al., 1990; Tu et al., 2015).  

MAX was initially identified as a ubiquitous bHLHZip protein essential for MYC target gene 

expression. In addition, MAX forms homodimers, or forms heterodimers with MXD family of 

bHLHZip proteins such as MXD1 (MAD1), MXI1, as well as MNT, which act as antagonists 

to MYC function (Conacci-Sorrell et al., 2014; Luscher and Vervoorts, 2012; Conacci-Sorrell 

et al., 2014; Grandori and Eisenman, 1997; Hann, 2014). The bHLHZip family members show 

distinct preferences of dimer formation. All these above heterodimers also bind E-boxes, as do 

Max homodimers (Amati and Land, 1994; Grandori et al., 2000; Hu et al., 2005). 
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Functionally distinct classes of target genes differ in the enhancer box sequences (E-box) bound 

by MYC, suggesting that different cellular responses to physiological and oncogenic MYC 

levels are controlled by promoter affinity (Walz et al., 2014).  

MYC has been reported to regulate the expression up to about 15% of all human genes involved 

in many physiological functions (Patel et al.). This view, however, has been challenged by 

recent work that suggested that MYC works as a global amplifier of transcription, which would 

mean that MYC does not simply target specific genes but universally amplifies transcription 

of all expressed genes (Lin et al., 2012; Nie et al., 2012). There have been considerable debate 

regarding these two views on MYC’s transcriptional functions (Levens, 2013; Rahl and Young, 

2014; Sabo et al., 2014; Kress et al., 2015). One of the critical disagreements is how to explain 

transcriptional repression by MYC. MYC has been shown to interact with the zinc finger 

protein MIZ1 to represses distinct target genes (Walz et al., 2014; Wiese et al., 2013). The 

global amplification theory seems to argue that “repressed” genes, rather than being directly 

repressed by recruitment of repressor proteins by MYC, may actually also be upregulated by 

MYC, only less than the average compared with other genes.  

In contrast, the new data provided by Sabo et al and Walz et al suggest that the 

promoter/enhancer invasion and RNA amplification by MYC are two independent events. By 

either up or down regulating distinct sets of target genes, MYC overexpression modifies 

cellular status, which indirectly affects global RNA amplification according to this view (Walz 

et al., 2014; Sabo et al., 2014; Kress et al., 2015). 

 

1.6.2 MYC STRUCTURE AND INTERACTION WITH COFACTORS 

MYC harbor several conserved so called MYC homology boxes: MBI, MBII, MBIII and 

MBIV in addition to the C-terminal bHLHZip domain, which binds DNA in a heterodimeric 

complex with MAX, as described in the previous section.  

The N-terminally located transactivation domain of MYC (TAD) is essential for MYC-

mediated transformation, differentiation and apoptosis. This region serves as an interaction 

platform for proteins involved in chromatin and histone modification as well as ubiquitination 

and subsequent degradation (Barrett et al., 1992).  

MBI serves as a phosphodegron and is involved in the ubiquitylation and proteasomal 

degradation of MYC involving threonine 58 (Thr58). Point mutations at this phosphorylation 
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site block ubiquitin E3 ligase FBXW7 binding and augment MYC stability. MB1 also contains 

signals for activation linked to phosphorylation of serine 62 (Ser62). These phosphorylations 

will be discussed further in section Regulatin of MYC.   

MBII is the most well studied region within the TAD, it harbors sites for MYC cofactor 

binding. The molecular and biological functions of MYC are suggested to be regulated by 

binding to different cofactors, which potentially could yield a diverse range of outcomes in a 

cell-type- and/or context-dependent way. These different complexes of cofactors are thought 

function differently in the regulation of MYC’s transcriptional activity (Agrawal et al., 2010; 

Koch et al., 2007). 

One of the factors binding MBII is transformation/transcription domain-associated protein 

(TRRAP), which belongs to the phosphatidylinositol 3-kinase-related kinase (PI3K) protein 

family. TRRAP is found in various large chromatin complexes with histone H3 and H4 

acetyltransferase activity (HAT) involved in epigenetic regulation of transcription. By 

recruitment of TRRAP to chromatin, MYC’s stimulation of RNA polymerase II, I and III (pol 

II and pol III) transcription is enhanced (Liu et al., 2003; McMahon et al., 2000), as well as cell 

transformation (McMahon et al., 1998). It is also required for P53, E2F1, and E2F4 mediated 

transcription activation. TRRAP forms complexes with the HATs GCN5, p300/CBP-

associated factor (PCAF), and TIP60, which by relaxing the chromatin structure at gene 

promoters allow MYC to promote transcription driven by pol II, I and III (Ikura et al., 2000). 

Reptin proteins TIP48 and TIP49 also interact with MYC through MBII independent of 

TRRAP binding (Cheng et al., 1999; Wood et al., 2000), they enhance MYC transformation 

capability through their ATPase and helicase activities. 

Moreover, MBII is also involved in MYC protein turnover. S phase kinase-associated protein 

2 (SKP2), an F-box protein, is the substrate-binding subunit of SCF ubiquitin ligase complexes 

that targets MYC, E2F-1 and p27KIP1 (p27) for degradation, and suppresses p53-mediated 

apoptosis (Hydbring et al., 2017). Since SKP2 targets MYC for destruction, one could assume 

that SKP2 downregulates the transcriptional activity of MYC. However, SKP2-mediated 

ubiquitylation of MYC was shown to have a dual function, stimulating MYC transcriptional 

activity but at the same time targeting MYC for destruction by the proteasome. Further, SKP2 

stabilizes the MYC protein level indirectly by promoting ubiquitylation and degradation of the 

E3 ligase TRUSS (Jamal et al., 2015), which targets MYC for degradation (Farrell and Sears, 

2014). SKP2 binds to two regions within MYC: residues 129–147 in the amino terminus, 

containing MBII, and 379–418 in the carboxy terminus, which contains the bHLHZip region. 
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The absence of phosphorylation sites within the Skp2 binding sites of MYC suggests the 

interactions might differ from other SCF interactions. MYC can in turn upregulate SKP2 

expression by binding to E box in the promoter. 

MBIII is mostly related to transcription repression and mediating apoptosis, transformation, 

and tumorigenesis (Herbst et al., 2005; Kurland and Tansey, 2008). MBIII also involves in 

binding with WDR5, a WD40-repeat protein that is present in multiple chromatin regulatory 

complexes, including H3K4 methyltransferases (Ang et al., 2011; Chen et al., 2008; Thomas 

et al., 2015).  

MBIV overlaps with nuclear localization signal (NLS), and it is necessary for DNA binding, 

required for apoptosis and transformation via binding with p300, FBXO28 (residues 294-439) 

and p27 (residues 294-366) (Adhikary and Eilers, 2005; Bahram et al., 2016; Cepeda et al., 

2013; Cowling et al., 2006). 

The C-terminal MYC:MAX dimeric HLHZip region presents a large solvent-accessible 

surface area (∼1000 Å) forming a platform for binding by other factors, such as MIZ-1 and 

SKP2 (Cheng et al., 1999; Nair and Burley, 2003; Peukert et al., 1997; Staller et al., 2001; von 

der Lehr et al., 2003). MYC:MAX complex formation with MIZ-1 mediates repression of 

multiple target genes by MYC and the ratio of MYC and MIZ-1 bound to each promoter 

correlates with the direction of response (Staller et al., 2001). 

INI1, which is the core factor of the SWI/SNF chromatin remodeling complex, binds with 

MYC via bHLHZip region, and without interfering with MYC:MAX interaction. INI1 

functions as a tumor suppressor, and share many common target genes with MYC (Cheng et 

al., 1999; Sammak et al., 2018; Stojanova et al., 2016).  

The positive transcription elongation factor b (P-TEFb) which consists of the cyclin 

dependent kinase 9 (CKD9) and its regulatory subunit cyclin T1, is another crucial cofactor 

for MYC transactivation. MYC:MAX heterodimer recruit P-TEFb complex to its targets, 

allowing P-TEFb phosphorylates the carboxyl-terminal-domain (CTD) of the larger subunit 

of RNA polymerase II (pol II) and negative elongation factors to facilitate transcription 

elongation (Gargano et al., 2007; Peterlin and Price, 2006). 
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Figure 3. The structure of MYC and its cofactors. Proteins shown in purple boxes are MYC-

interacting factor regulating different aspects of MYC function. 

 

1.6.3 REGULATION OF MYC  

MYC is regulated tightly at every level from RNA synthesis to protein degradation, its 

transcription is particularly responsive to multiple diverse physiological and pathological 

signals.  Aberrant MYC expression is usually due to induction caused by upstream signals, but 

can also be causes by amplification or translocation of the MYC gene. 

MYC transcription can be activated by several mitogenic signaling pathways, including 

tyrosine kinases receptors such as EGFR, PDGFR and their downstream effectors 

RAS/RAF/MAPK/ERK, or WNT, Janus kinase/signal transducers and activators of 

transcription (JAK/STAT), NOTCH as well as NF-κB.  Transcription factors harnessed by 

these pathways bind to the MYC promoter to regulate transcription initiation and elongation, 

dependent on cellular context and chromatin conformation (Liu and Levens, 2006; Wierstra 

and Alves, 2008). 

MYC is rapidly turning over with a half-life of 30 minutes (Andresen et al., 2012). There are 

many modulators that regulate MYC’s stability and turnover. In MYC’s transactivation domain, 

two phosphorylation sites are controlling its degradation (Farrell and Sears, 2014): serine 62 

(Ser62) and threonine 58 (Thr58), both of which are located in the highly conserved region of 

MYC designated MYC Box I (MBI) within the second exon of MYC. The phosphorylation of 

Thr58 needs to be primed by the phosphorylation of Ser62. Phosphorylation of Thr58 is 

mediated by glycogen synthase kinase 3 (GSK3). The F-box protein FBXW7, acting as the 

substrate receptor of an SCF (SKP1/cullin1/F-box) complex, recognizes the phosphorylated 

Thr58 residue, thereby promoting ubiquitination and subsequent proteasomal degradation of 
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MYC(Welcker et al., 2004b; Yada et al., 2004;Becker, 2012).The phosphorylation of Ser62 by 

MAPK/ERK can stabilize MYC and thus promote proliferation (Dworakowska et al., 2009; 

Tsai et al., 2012). Also, CDK1 and CDK2 are involved in Ser62 phosphorylation, and the latter 

is highly correlated with MYC’s function of repressing Ras-induced senescence (Hydbring et 

al., 2010). 

Posttranslational modification players (Aurora A, SIRT1), acetyltransferases that block 

ubiquitination (CBP/p300, TIP60) are also involved in MYC’s stability regulation (Koepp et 

al., 2001; Popov et al., 2010; Welcker et al., 2004a; Yada et al., 2004). 

The regulation of MYC and its therapeutic implication will be further discussed in later 

chapters.  

1.6.4 MYC AND CANCERS 

The first implication of MYC in human cancer came from observations in Burkitt's lymphoma, 

which is highly aggressive B cell neoplasm. It is characterized by the translocation of MYC 

gene on chromosome 8 to immunoglobulin heavy locus (IGH) on chromosome 14, juxtaposing 

the IGH enhancer within the vicinity of the MYC, resulting in deregulation of MYC expression.  

Amplification of the MYC gene is another reason for MYC overexpression, and was first 

identified in the human leukemia cell line HL60 in 1982 (Collins and Groudine, 1982). In fact, 

the MYC family genes are the most frequently amplified oncogenes in human cancer 

(Beroukhim et al., 2010). According to data from The Cancer Genome Atlas (TCGA), MYC 

amplification occurs in 40% of basal-like breast cancer, 34% in ovarian cancer, 30% in lung 

adenocarcinoma and 29% in colon cancer. Likewise, amplifications of MYCN and MYCL 

were discovered in tumors of about 50% of neuroblastoma and 20% of small cell lung cancer, 

respectively (Brodeur et al., 1984; Gasperi-Campani et al., 1998; George et al., 2015; Jung et 

al., 2017b; Nau et al., 1985; Nesbit et al., 1999). MYC is rarely point mutated, with the 

exception of lymphomas. Apart from amplification and translocation, deregulation of MYC 

can be caused by deregulation of signaling upstream of MYC (Poole and van Riggelen, 2017), 

such as the constitutive activation of growth factor signaling, loss of checkpoint components 

such as p53, loss of E3 ubiquitin ligases targeting MYC etc. It is reported that over 50% of 

human cancers have increased or deregulated MYC expression. Moreover, MYC over 

expression is often highly correlating with aggressive, poorly differentiated tumors, so as poor 

prognosis of patients and low survival rate.   

https://en.wikipedia.org/wiki/Chromosome_14
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Figure 4. Biological functions of MYC and impacts of MYC dysregulation. 

 

1.6.5 CELLULAR FUCTIONS OF MYC 

1.6.5.1 MYC and apoptosis 

MYC is well known to participate in the apoptotic response. It is tipping the equilibrium 

balance of pro- and anti-apoptotic proteins, by suppressing the expression of anti-apoptotic 

proteins such as BCL-2 and BCL-XL, (Eischen et al., 2001; Fulda and Debatin, 2016). 

MYC also induces apoptosis through the ARF-MDM2-p53 pathway, which stabilizes p53 

production thereby triggers the tumor suppressive response. The high ARF levels as 

consequence of MYC activation or deregulation, inhibit MDM2 which is a ubiquitin ligase 

that in turns ubiquitylates p53, finally result in allowing a robust p53 transcriptional response 

that induce apoptosis (Grandori et al., 2000; Nesbit et al., 1999; Ponzielli et al., 2005; Zindy et 

al., 1998). 

It might sound controversy that MYC involves in both proliferation and apoptosis pathways. 

One of the explanations for how MYC determine the cell’s fate is that different levels of MYC 

expression might engage different sets of target genes, which might preferentially head toward 

adverse directions (McMahon; Prendergast, 1999). 

For instance, upon growth factors withdraw, cells with high MYC levels experience 

activation of surveillance mechanisms, such as p53 induction. However, in the situation of 

constitutively elevated MYC in tumor cells, and additionally loss of surveillance mechanisms 
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such as p14ARF or p53 mutation, MDM2 overexpression, and/or by gain of prosurvival 

signals such as BCL-2 and NF-κB pathway alterations, tumor cells are able to tolerate high 

level of MYC and avoid apoptosis. 

Alternatively, MYC might engage the same set of target genes regardless of expression levels 

but only the extent of target gene transcription is altered. In this scenario, MYC functions more 

as a universal modulator of preexisting transcriptional programs (Lin et al., 2012; Nie et al., 

2012; Wali et al., 2013). 

1.6.5.2 MYC and senescence 

MYC is a potent apoptosis inducer as a safeguard mechanism for cells, while it is not a potent 

inducer of senescence. On the contrary, MYC has been found to overcome RAS-induced 

senescence in rat embryonic fibroblasts (REFs), thereby leading to successful transformation 

via the direct upregulation of E2F genes and repression of p16 and p21. Further, MYC is 

reported to override BRAFV600E-induced senescence in vivo, leading to accelerated mouse 

lung tumor development (Hydbring and Larsson, 2010; Tabor et al., 2014).  

1.6.5.3 MYC and DNA damage 

MYC is highly involved in DDR pathways. For instance, reactive metabolic intermediates such 

as reactive oxygen species (ROS), was shown to increase upon MYC deregulation, and 

induce oxidative damage (Vafa et al., 2002).  Upon oxidative damage, in response to hypoxia, 

hypoxia inducible factor 1 (HIF-1) is stabilized by ROS, and significantly contributes to the 

induction of VEGF for angiogenesis and the conversion of glucose to lactate for tumor 

glucose metabolism (Gao et al., 2007; Kaelin and Ratcliffe, 2008; Podar et al., 2008).  

ATM/CHK2 and ATR/CHK1 are two different branches of DDR signaling pathways. ATM 

activity constitutes a barrier to malignant transformation, while, on the other hand, full 

activation of ATR and CHK1 is also essential for tumor maintenance (Campaner and Amati, 

2012). Thus MYC-induced DDR acts as a double-edged sword in tumor progression. On one 

hand, it restrains proliferation and promotes apoptosis against cancer cells. On the other hand, 

after cancer cells have evolved to overcome the anti-proliferative effects of DNA damage, 

continuing to replicate in the presence of DNA damage, the overload of DDR leads to increased 

frequency of double strand breaks (DSBs), inappropriate cell cycle progression and genomic 

instability (Gorgoulis and Kotsinas, 2019; Gorgoulis et al.; Hartwell and Kastan, 1994; Jackson, 

2009; Jackson and Bartek, 2009). 
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Figure 5. Effects of MYC on DDR signaling, G1 arrest, apoptosis, senescence and DNA repair. 

DSB (double strand breaks).  

 

1.6.5.4 MYC and cell cycle, cell proliferation 

MYC plays an important role in the regulation of the cell cycle. It pushes cell cycle progression 

and response to mitogenic signals. Forced MYC expression alone is sufficient to drive 

quiescent G0 phase cells to re-enter the cell cycle, and increase cell size. The mechanism is, at 

least in part, the direct activation of cyclin/CDKs expression and overriding cell cycle 

checkpoints. For instance, at G0/G1 checkpoint, MYC can promote cell-cycle entry and 

progression by increasing cyclin D/CDK4 and cyclin D/CDK6 complex. Further at G1/M 

checkpoint, cyclin E/CDK2 complex replace cyclin D/CDK4/6 complex to be the driven force 

for DNA replication. MYC involves in the cyclin E/CDK2 complex modulation by either 

increasing its activity or alternatively inhibiting p27. On the contrary, P53 antagonize above 

cell cycle progression by inducing p21. Similarly, pRB is present in G0/G1 phase of cell cycle 

and inhibits E2F transactivation thereby blocks downstream effectors, while cyclin/CDK 

complex can phosphorylate and inactivate pRB in late G1 to release E2F.  
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In addition, MYC induces loss of contact inhibition. As the role of MYC in sensitivity of 

growth stimulation also varies with cell types, the impact on proliferation is cell type dependent 

(Perna et al., 2012). It is speculated that cell type or other environment context determined the 

regulation of alternative subsets of target genes thereby affecting proliferation differently in 

different contexts (Ellwood-Yen et al., 2003). 

1.6.5.5 MYC and metabolism 

Tumor cells have enhanced conversion of glucose to lactate even in the presence of normal 

levels of oxygen, known as Warburg effect, was discovered by Otto Heinrich Warburg 

(Warburg et al., 1927). It demonstrated that cancer cells show an increased dependence on 

glycolysis to meet their energy needs, regardless of oxygen condition. Converting glucose to 

lactate, rather than metabolizing it through oxidative phosphorylation in the mitochondria, is 

far less efficient because less ATP is generated per unit of glucose metabolized. Therefore, a 

high rate of glucose uptake is required to meet increased energy needs to support rapid tumor 

progression. The controversies have been discussed and considered as a potential cancer target 

(Altman et al., 2016; Cairns et al., 2011; Dang, 2010; Dang and Kim, 2018).  

To sustain the high rate of proliferation of cancer cells, there is a high demand for nutrition 

and energy resource like glucose, glutamine. MYC is a key regulator of cellular metabolism 

and drive the Warburg effect in cancer cells. For example, it cooperates with HIF-1α to 

activate several genes encoding glycolytic proteins such as LDH-A and stimulates 

mitochondrial biogenesis. MYC upregulates glucose transporters as well as hexokinase to 

increase glucose import (Osthus et al., 2000). Moreover, MYC promotes glutamine import by 

directly inducing the expression of glutamine transporter ASCT2 (Wise et al., 2008). In 

addition, Myc increases the conversion of glutamine to glutamate for subsequent oxidation in 

the tricarboxylic acid cycle (TCA cycle) by upregulating glutaminase (GLS) both 

transcriptionally and post-transcriptionally (Dang et al., 2009). 

1.6.6 MYC AS A CANCER TARGET 

Although the MYC has been widely studied during several decades years, no MYC targeting 

drug is available today in clinic. The main reason for this is that MYC, like other transcription 

factors, lacks enzymatic activity and is an intrinsically disordered protein. Nevertheless, a lot 

of effort has been done to seek a promising therapeutic way of combating MYC’s tumorigenic 

function.  
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1.6.6.1 MYC is a challenging cancer target 

The concept of “oncogene addiction” has been proposed in the literature during recent years, 

meaning that certain tumor cells are dependent on a single activated oncogenic protein or 

pathway to maintain their malignant properties, despite the likely accumulation of multiple 

gain- and loss-of-function mutations that contribute to tumorigenicity (Weinstein and Joe, 

2008). MYC in particular has been suggested to cause oncogene addiction in tumor cells. This 

is based on observations that even a short inactivation of MYC could lead tumor regression or 

survival improvement (Felsher, 2008; von Eyss and Eilers, 2011). This phenomenon indicates 

that transient or prolonged MYC inactivation may be sufficient for sustained reversal of the 

tumorigenic process (Boxer et al., 2004). 

This offers a rational for targeting MYC as a cancer therapy, for instance by interfering with 

MYC synthesis, stability or transcriptional activity. Another important reason is that MYC lies 

downstream of multiple key signaling pathways, for example, RAS/PI3K/AKT AND 

Ras/RAF/MAPK/ERK pathways that show a high degree of redundancy. Targeted therapies 

against mutant oncogenic proteins within these pathways therefore rapidly results in resistance 

development due to activation of various drug escape pathways, while the MYC pathway is 

considered non-redundant and therefore cannot be bypassed (Sodir and Evan, 2011). However, 

although MYC was one of the first oncogenes identified several decades ago, MYC targeted 

therapy is not clinically available today. There are multiple reasons why MYC is such a 

challenging therapeutic target (Horiuchi et al., 2014). 

First, the most common concern is that MYC is an essential pleiotropic transcription factor that 

controls the expression of thousands of genes, therefore a complete inhibition of MYC could 

lead to severe toxicity in normal cells since MYC is generally expressed in proliferating cells. 

However, recent publications showed that systemic inactivation of endogenous MYC in a K-

Ras driven tumor lead to tumor regression, the side effects on normal cells are reversible and 

tolerated (Castell et al., 2018; Sodir and Soucek, 2013; Soucek et al., 2008; Soucek et al., 2013). 

Secondly, MYC is an intrinsically disordered protein that lacks enzymatic activity or 

recognizable pockets or clefts, making it a difficult target for structure-based drug design. 

Despite all these challenges, great effort is put into MYC targeting in the scientific community 

and in the pharmacological industry using different strategies as discussed in the next section.  
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Figure 6. Different classes of inhibitors targeting MYC and signaling pathways regulating 

MYC. 

 

1.6.6.2 Targeting MYC at the Transcriptional Level  

JQ1 was recently discovered as a small molecule bromodomain protein inhibitor. 

Bromodomain and extraterminal motif (BET) proteins, are well known to be overexpressed in 

multiple tumor types, such as melanoma (Segura et al., 2013). BET family of proteins consist 

of BRD2, BRD3, BRD4 and BRDT, they are chromatin adaptor modules which recognize 

acetylated lysine residues on histone tails and other nuclear proteins (Shi and Vakoc, 2014), 

thereby contributing to the activation of RNA polymerase II-mediated initiation and elongation 

of transcription (Denis et al., 2006; Devaiah and Singer, 2013; Jiang et al., 1998; LeRoy et al., 

2008). Research on BET inhibitors has identified them as a potential means of targeting MYC 

(Fu et al., 2015; Mertz et al., 2011; Shu and Polyak, 2016). 

It has been shown that JQ1 downregulates transcription of the MYC gene through the inhibition 

of the BET protein BRD4 (Alderton, 2011; Delmore et al., 2011; Filippakopoulos et al., 2010). 

Downregulation of the MYC-dependent transcriptional network thereby results in tumor cell 

growth inhibition and apoptosis. It also reduced tumor growth in patient derived PDX mouse 

models in vivo. The underlying mechanisms include an effect on cell cycle arrest in the G1 

phase and a decrease in the percentage of cells in the S phase as well as induction of apoptosis. 

This suggests that JQ1 has potential for cancer therapy. As the first well described and 
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characterized BET inhibitor, despite its inferior pharmacology property, JQ1 served as a useful 

tool for pre-clinical study as well as basic cancer research (Moyer, 2011). 

Currently there are a dozen of BET inhibitors in the early phase of clinical trials (Andrieu et 

al.), and preliminary results of BET inhibitors in NUT midline carcinoma (NMC) and 

hematological malignancies have been modest. Further, MYC dysregulation does not appear 

to predict response, and vice versa, good response does not seem to correlate with MYC down 

regulation. This suggests that the BET inhibitors also have other important targets than MYC 

depending on cell type and context (Dombret et al., 2014; Amorim et al., 2016; Doroshow et 

al., 2017; Lewin et al., 2018; O’Dwyer et al.; Odore et al., 2016; Postel-Vinay et al., 2019; 

Stathis et al., 2016).  

Reports have shown that a purine-rich strand in the nuclease hypersensitive element 

III1 (NHE III1) of the MYC promoter can form a G-quadruplex (G4) from duplex DNA, 

which was shown to be positively and negtively regulated by nucleolin and NM23-H2, 

respectively. The stabilization of G4s can halt transcription of downstream gene products, 

therefore offering a potential targets for MYC targeting therapeutic development  (Brooks 

and Hurley, 2010; Flusberg et al., 2019; Whitfield et al., 2017).  

1.6.6.3 Targeting MYC at the Post-Transcriptional Level 

MYC is reported to regulate many post-transcriptional mechanisms, such as promoting mRNA 

capping (Cowling and Cole, 2006), regulating the abundance of splicing factors (Nadiminty et 

al., 2015). MYC also indirectly regulates several pathways of RNA degradation, as well as 

modulating miRNAs (Psathas and Thomas-Tikhonenko, 2014) and non-coding RNAs (Deng 

et al., 2014) transcriptionally, in which way MYC is therefore able to greatly expand the 

number of its indirect targets. Based on the theory above, antisense oligonucleotides were 

designed to target MYC mRNA and they have shown efficacy in certain tumor type (Balaji et 

al., 1997) . 

Inhibition of MYC translation by targeting the translation initiation factors: cap-binding protein 

eIF4E, the RNA helicase eIF4A, and the scaffolding protein eIF4G was reported recently. It 

results in inhibition of MYC-dependent proliferation of tumor cells in vitro and in vivo (Castell 

and Larsson, 2015; Wiegering et al., 2015). mTOR kinase inhibitors could also be used to 

inhibit MYC mRNA translation by blocking phosphorylation/inactivation of 4E-BP1, which in 

turn blocks eIF4E, which promotes cap-dependent translation of MYC mRNA (Bhat et 

al., 2015; Castell and Larsson, 2015). However, due to induction of the negative feedback loop, 
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and an increased expression of several growth factor receptors and activation of the MAPK 

pathway, this does not work in all tumor cells, such as in colorectal cancer cells. Here, silvestrol, 

which is a direct inhibitor of eIF4A is an alternative (Sansom et al., 2007; Wiegering et al., 

2015). By increasing the affinity between eIF4A and RNA, silvestrol sequesters and depletes 

eIF4A from translation initiation complexes (Bhat et al., 2015; Bordeleau et al., 2008). 

1.6.6.4 Targeting MYC on protein stability and turnover 

As described above, MYC is rapidly turning over through ubiquitin/proteasome-mediated 

degradation through the phospho-Thr58/GSK3/FBXW7 pathway. Therefore, the mutations 

of Thr58 or loss of FBXW7 will result in constitutive MYC stabilization in tumors. Active Ras 

induces ERK that stabilizes Myc by phosphorylation at Ser62, moreover PI3K activation 

blocks Myc degradation by inhibiting phosphorylation at Thr58 by GSK3β. Small molecule 

inhibitors could potentially affect the MEK-ERK, CDK or PI3K-AKT pathways so to modulate 

MYC’s stability (McKeown and Bradner, 2014; Hydbring, Castell, et al., 2016). 

Phosphorylated Ser62 is also targeted by protein phosphatase 2 (PP2A), which is a family of 

heterotrimeric enzyme complexes that acts as tumor suppressors and are often lost in cancer, 

and thus modulates MYC protein stability (O'Connor et al., 2018). Cancerous inhibitor of 

protein phosphatase 2A (CIP2A) is one of the endogenous inhibitors of PP2A and prevents 

PP2A mediated dephosphorylation of MYC at Ser62, thereby resulting in stabilization of 

MYC in cancer cells (Soofiyani et al., 2017). Small molecule compounds targeting CIP2A (Wu 

et al., 2017) or PP2A activation  (Gutierrez et al., 2014) were reported, but are still far from 

pharmaceutical application (O'Connor et al., 2018; Soofiyani et al., 2017). 

It reported that GSK3-β phosphorylates and destabilizes both the MYC and MYCN protein 

(Chesler et al., 2006; Kenney et al., 2003) (Gustafson and Weiss, 2010; Kenney et al., 2004). 

Since GSK3 is inhibited by the PI3K/AKT pathway, Dual PI3K/mTOR (Chanthery et al., 

2012) show promise as means of decreasing MYC/MYCN protein levels. Upon low level of 

PI3K activity in neuronal cells, MYCN, which also contain equivalents to Ser62 and Thr58, 

undergo sequential phosphorylation by cyclin B/CDK1 and GSK3 in G2/M phase of the cell 

cycle, thereby gets degraded by the FBXW7 ubiquitin ligase complex (Otto et al., 2009; Bonelli 

et al., 2017; Tsai et al., 2012). Aurora A kinases (AURKA) can interact with both MYCN and 

FBXW7 and thereby counteract degradation of MYCN (Otto et al., 2009; Gustafson et al., 

2014). AURKA is therefore another feasible target to destabilize MYCN. Two ATP-

competitive azepine inhibitors of AURKA) were shown to disrupt AURKA binding to MYCN 
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and to promote MYCN degradation via FBXW7 and showed anti-proliferative effect in 

MYCN-driven neuroblastoma cells (Brockmann et al., 2013). 

Apart from PP2A and AURKA, the MYC-associated histone acetyltransferases CBP/P300, 

GCN5, and TIP60 were reported to regulate MYC stability. These bind MYC at the N-terminal 

TAD and induce acetylation of MYC at lysines used for ubiquitylation by E3 ligases, leading 

to MYC stabilization (Cowling et al., 2006). This offers another opportunity to destabilize 

MYC via targeting these HATs. 

The natural compound oridonin was reported to promote the FBXW7-mediated proteasomal 

degradation of MYC, and to induce cell growth inhibition and apoptosis, and should be studied 

further (Huang et al., 2014; Owona and Schluesener, 2015);Liang et al., 2018; Sechet et al., 

2018). 

1.6.6.5 Targeting interactions of MYC and its cofactors 

Activation of transcription by MYC through specific binding to E-boxes is dependent on the 

interaction with its partner MAX. Therefore, targeting the heterodimerization between MYC 

and MAX is an alternative approach to target MYC apart from trying to reduce the MYC 

level in cancer cells.    

Omomyc is a mutant version of MYC where residues of the leucine zipper that are critical 

for its dimerization specificity have been mutated (Soucek et al., 2002; Soucek et al., 2008). 

Though Omomyc preferentially forms homodimers, it can form heterodimers with both MYC 

and MAX, and was shown to retain the interaction with MIZ-1 but did not bind to MXD1 or 

other selected bHLH proteins (Jung et al., 2017a). As a result, Omomyc functions as a 

dominant negative mutant and prevent MYC from triggering DNA transcriptional activation. 

In addition, Omomyc does not seem to affect MIZ‐1‐mediated MYC binding to promoters 

and transrepression (Savino et al., 2011; Soucek et al., 2002).  

Multiple studies in mouse models of cancer demonstrated Omomyc's therapeutic impact in 

different types of cancer, independently of their driving mutation or tissue of origin, pointing 

to the key role of MYC in tumorigenesis downstream of the diverse oncogenic lesions 

(Annibali et al., 2014; Galardi et al., 2016; Sodir et al., 2011; Soucek et al., 2013). Notably, 

the systemic inhibition of MYC in vivo with Omomyc was well tolerated by normal 

regenerating tissues, and the effects of MYC inhibition could be reversed completely and 

quickly (Sodir and Evan, 2011; Soucek et al., 2008; Soucek et al., 2013). 
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Most recently, purified Omomyc mini-protein, was shown to possess intrinsic cell 

penetrating properties, possibly due to the amphipathic helical basic region of the mini-

protein, which share features with cell-penetrating peptides (CPPs) and protein transduction 

domains (PTDs). It was demonstrated that Omomyc was taken up by tumor cells in culture, 

displaced MYC from target genes, reversed MYC-driven transcription and caused apoptosis 

or growth arrest (Beaulieu et al., 2019).  Further, by intranasal administration Omomyc was 

shown to inhibit growth of lung tumors in a transgenic KRAS-driven lung tumor mouse 

model, and acted synergistically with paclitaxel in a lung cancer xenograft model after 

intravenous administration. 

During recent years, a number of small molecule inhibitors of MYC/MAX dimerization have 

also been developed. These compounds work by interfering with the association between 

MYC and MAX, thereby reducing MYC function in cells   (Follis et al., 2008; Xu et al., 2006; 

Yin et al., 2003; Castell et al.,2018), by binding to and stabilizing the monomeric form of 

MAX (Jiang et al.; Struntz et al.) or by interfering with MYC:MAX association with DNA 

such as JKY-2-169, KSI-3716 and MYRAs (Jeong et al., 2010; Jung et al., 2015; Mo and 

Henriksson, 2006; Mo et al., 2006; Kiessling et al., 2006).   

The peptide mimetic compounds IIA6B17 was first reported as a small-molecule inhibitor of 

MYC:MAX dimerization, identified through a fluorescence resonance energy transfer 

(FRET) screen (Berg et al., 2002).  Later, the compounds 10058-F4 and 10074-G5 were 

identified (Wang et al., 2007; Yin et al., 2003) to inhibit MYC:MAX association using a 

yeast two-hybrid screen. Moreover, chemical modifications were carried out upon 10058-F4 

and several analogues such as 10074-G5 was identified with improved efficacy in vitro 

(Clausen et al., 2010; Wang et al., 2013). However, when studied in vivo, although showing 

some effect in a xenograft neuroblastoma mouse model (Zirath et al., 2013), due to rapid 

metabolism none of them were potent enough to proceed into preclinical studies (Clausen et 

al., 2010; Fletcher and Prochownik, 2015; Guo et al., 2009; Raffeiner et al., 2014; Yap et al., 

2013).  

Mycro1 and Mycro2 were identified by a fluorescence polarization screening, both Mycros 

have shown MYX:MAX inhibition in vitro. Mycro3 was built upon the two predecessor 

compounds and interferes with MYC:MAX interaction over MAX:MAX and other bZip 

proteins dimers like FOS/JUN. Furthermore, Mycro3 has good pharmacokinetic properties, 

as well as improved efficacy in mouse models with pancreatic, mammary and prostatic 

adenocarcinoma by oral gavage (Kiessling et al., 2006; Kiessling et al., 2007; Stellas et al., 

2014).  
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KJ-Pyr-9, a trisubstituted pyridine compound, was identified using a fluorescence 

polarization screen, and was reported to bind MYC with a KD of 6.5 nM and to inhibit 

MYC:MAX heterodimerization at 13.4 nM (Hart et al., 2014). Further, KJ-Pyr-9 inhibited 

proliferation breast cancer and other cancer cell lines in culture with an IC50 of 5-10 µM, 

and reduced tumor volumes of MDA-MB-231 breast cancer xenografts in nude mice in vivo.  

 Most recently a novel small molecule sAJM589 was identified from a high-throughput 

Gaussia luciferase fragment complementation screen using cell lysates. sAJM589 has shown 

MYC:MAX inhibition in a dose dependent manner with an IC50 of 1.8 ± 0.03 μM, and it 

downregulates MYC protein levels as well. sAJM589 suppressed cellular proliferation in 

diverse MYC dependent cancer cell lines and anchorage independent growth of Raji cells 

(Choi et al., 2017). 

Most of the published MYC:MAX inhibitor screens were conducted in vitro or in Y2H 

screens, and though many of them showed promising results in vitro they often display 

moderate or poor efficacy and selectivity in cells, and have therefore not entered clinical 

studies. In most cases the selectivity of published compounds has not been reported 

extensively and are therefore difficult to judge. As presented below in papers II-IV, our group 

also developed a cell based BiFC screening platform for small molecule inhibitor targeting 

MYC:MAX interaction, and several interesting candidates were identified and undergone 

validation (Castell et al., 2018). 
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2 HYPOTHESIS AND AIM OF THE STUDY 

An overall aim of this study is to target MYC via identification of small molecules suppressing 

tumorigenic function of MYC or alternatively enhancing its anti-tumorigenic function by 

targeting MYC:MAX interactions. Another overall aim is to characterize MYC’s role in 

response to DNA damage and function in apoptosis. 

The specific aims of studies presented in this thesis are as follows: 

Paper I 

MYC is required for activation of the ATM-dependent checkpoints in response to DNA 

damage.  

The aim of paper I was to address MYC’s function in regulating effectors acting upstream of 

the mitochondrial apoptotic pathway, which is known to be triggered by MYC activation. 

Although it is known from previous work that MYC sensitizes cells to apoptosis induced by 

DNA damaging drugs, the mechanism behind this has not been elucidated. The specific aim in 

this paper was to determine whether MYC affects ATM and/or ATR signaling in response to 

DNA damage induced by ionizing irradiation, UV irradiation and the bacterial toxin CDT. 

 Paper II 

A selective high affinity MYC-binding compound inhibits MYC:MAX interaction and 

MYC dependent tumor cell proliferation.  

By using a Bimolecular Fragment complementation (BiFC) screening strategy, our aim was to 

set up a reliable cell-based platform to identify low weight small molecules targeting the 

MYC:MAX interaction in living cells. The top hits from the BiFC screening were further 

characterized and validated in paper II-IV. Paper II focus on MYCMI-6, -11 and -14, and the 

aim was to clarify if these MYCMIs could selectively inhibit MYC:MAX interaction in cells 

and in vitro. Another aim was to determine is these MYCMIs bind directly to MYC or to MAX. 

A fourth aim was to verify if MYCMIs could efficiently suppress tumor cell growth in culture 

and in tumors in vivo in a MYC dependent manner and to evaluate their effect on normal cells.  

Paper III 

MYCMI-7 - a small MYC-binding compound that inhibits MYC:MAX interaction and 

tumor cell growth in culture and in vivo in a MYC-dependent manner. 
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Paper III focuses on MYCMI-7, which was identified in paper II. Also here, the aim was to 

clarify if MYCMI-7 could selectively inhibit MYC:MAX interaction in cells and in vitro, and 

to find out of if MYCMI-7 binds directly to MYC or to MAX. Since MYCMI-7, in contrast to 

MYCMI-6, -11 and -14, downregulates MYC expression, another aim was to elucidate the 

mechanism by which MYCMI-7 accomplish this.  Like for the other MYCMIs, an aim was 

also to determine the efficacy and selectivity of MYCMI-7 in cells as well as in vivo and to 

evaluate its effect on normal cells.  

Paper IV 

Identification of a high affinity MYC-binding compound targeting the MYC:MAX 

protein interaction. 

Paper IV focuses on MYCMI-7, which was also identified in paper II. Like for the other 

MYCMIs, the aim was to validate MYCMI-2 and to determine its efficacy with respect to 

disrupting MYC:MAX interaction in cells and in vitro, and to clarify if MYCMI-2 binds 

directly to MYC or to MAX. Another task was to do a limited structure-activity relationship 

(SAR) analysis by using MYCMI-2 analogues with the aim of improving efficacy in cells and 

in vitro. Like for the other MYCMIs, another aim was to verify if MYCMI-2 could efficiently 

suppress tumor cell growth in culture in a MYC dependent manner and to evaluate its effect on 

normal cells. 
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3 METHODS TO STUDY PROTEIN-PROTEIN 

INTERACTIONS  

3.1  PROTEIN FRAGMENT COMPLEMENTATION ASSAY (PCA) 

Since protein-protein interactions are of great importance for MYC functions, they may offer 

a way of targeting MYC in cancer cells. To quantify protein-protein interactions we are 

utilizing different types of protein fragment complementation assays (PCAs). In this type of 

assay a reporter protein is split into two inactive fragments. One of the two interacting proteins 

of interest is fused to one of the reporter fragments and the other to the other fragment, 

respectively. As these proteins of interest bind to each other, the two inactive fragments of the 

reporter protein get in close proximity and can refold to its native structure. The signal, in our 

case fluorescence or luminescence, can be monitored in a fluorescence or luminometer reader, 

respectively.  

3.1.1 Biomolecular Fluorescence Complementation (BiFC) 

The bimolecular fluorescence complementation assay (BiFC) is a PCA based on split yellow 

fluorescent protein (YFP) as a reporter protein, where two YFP fragments were fused to MYC 

and MAX respectively in our case. It allows investigation in living cells and direct visualization 

of MYC:MAX interaction by fluorescence microscopy. The two fragments with protein of 

interest, MYC and MAX respectively, together with Cyan Fluorescent Protein (CFP) as an 

internal control of the assay, were co-transfected into HEK293T cells. Quantification of the 

positive YFP BiFC signals by a CCD camera allows effective cell-based high-throughput 

screenings for protein-binding partners and drugs that modulate PPIs (Kerppola, 2006; Miller 

et al., 2015). We used this assay to screen the chemical library (The NCI/DTP Open Chemical 

Repository, http://dtp.nci.nih.gov) of 1900 compounds for inhibitors of the MYC:MAX 

interaction.  

3.1.2 Gaussia luciferase (Gluc) protein fragment complementation assay 

Gaussia luciferase (GLuc) was originally identified from the marine copepod Gaussia princeps. 

GLuc as the smallest known luciferase (molecular mass of 19.9 kDa), besides its strong 

luminescence activity, it is attracting more and more attention as a reporter protein (Luker and 

Luker, 2014; Wille et al., 2012).  GLuc exhibits an activity up to 1,000-fold higher than 

to Renilla reniformis luciferase (RLuc), firefly luciferase (FLuc) (Tannous et al., 2005), or 

bacterial luciferases (LuxAB) (Wiles et al., 2005).  
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The high sensitivity, good signal-to-noise ratio, and simplicity of assays made split GLuc assay 

to the main alternative PCA for validation of MYC:MAX interactions in our study, both as 

transient and stable transfections. Stable cell lines HEK293 expressing GLuc reporter fused to 

MYC or MYCN and MAX have been established, and a well-developed GLuc based PCA 

platform showing a good z-factor has been created, allowing the assay to the used in high 

throughput screening.   

3.2 IN SITU PROXIMITY LIGATION ASSAY（ISPLA） 

in situ Proximity Ligation Assay (isPLA) is another method to measure protein-protein 

interactions in cells which that developed by Ola Söderberg and Ulf Landegren’s research 

groups in Uppsala together with our research group. The principle of isPLA is based on the 

immunodetection of two antigens with a pair of primary antibodies raised in different species. 

Then the two primary antibodies will be recognized by two species-specific secondary 

antibodies, which were specially designed antibody-oligonucleotide conjugates, also known as 

PLA probes. The PLA probes link to a unique short DNA strand. When come into close 

proximity (maximum 40 nm), the DNA strands will in turn ligate by recruiting two additional 

oligonucleotides as connector, and jointly give rise to DNA circles, which is a template 

followed by a single-stranded rolling circle PCR (rolling circle amplification). Thereafter the 

interaction is visualized by a fluorescence labelled complementary oligonucleotide probe 

concatenated complements of the DNA circle.  

One of the benefits with this assay is that interactions between endogenous proteins can be 

measured at single molecule level in fixed cells and tissues (Bagchi et al., 2015; Soderberg et 

al., 2006; Soderberg et al., 2008). The requirement for dual recognition of the target proteins 

improves selectivity by avoiding any cross-reactivity not shared by the antibodies, and it allows 

detection of both protein-protein interactions, post-translational modifications and expression 

of proteins in situ (Klaesson et al., 2018). This facilitates the study of multiple interactions and 

we have adopted this system to be able to study interactions which are important for MYC 

function. 

3.3  FLUORESCENCE RESONANCE ENERGY TRANSFER (FRET) ASSAYS 

Fluorescence resonance energy transfer (FRET) is another powerful method for studies of 

molecular interactions. Many previously published MYC:MAX inhibitors were identified 

using FRET in vitro (Berg et al., 2002; Shi et al., 2009; Xu et al., 2006). For study protein- 

protein interaction studies, two fluorophores known as donor and acceptor which have spectral 

overlap between the pair, are attached to the interacting proteins either by fusion or through 



 

50 

fluorophore-tagged antibodies. The fluorescence emission spectrum of the donor molecule 

must overlap the absorption or excitation spectrum of the acceptor. In the FRET assay, the 

donor fluorophore becomes excited by a light source within certain spectral range for 

excitation. The acceptor fluorophore absorbs the energy from the donor fluorophore and then 

produces a detectable light emission. 

Using FRET, the interaction between MYC and MAX become measurable in vitro when the 

two recombinant proteins are in close proximity as they bind each other. 

3.4  SURFACE PLASMON RESONANCE (SPR) 

Surface plasmon resonance (SPR) is an optical technique that is utilized for detecting molecular 

interactions, including protein-protein interactions, and interactions between proteins and other 

classes of molecules. The advantages of SPR are it is real-time, label-free, and noninvasive 

nature in medical or biological research. 

The principal of SPR assay is by binding of a mobile molecule (analyte) to a molecule 

immobilized on a thin metal film (ligand), which changes the refractive index of the film. The 

angle of extinction of light that is completely reflected after polarized light impinges upon the 

film, is altered and monitored as a change in detector position for a dip in reflected intensity 

(the surface plasmon resonance phenomenon). Because the method strictly detects mass, there 

is no need to label the interacting components, thus eliminating possible changes of their 

molecular properties (Douzi, 2017; Drescher et al.; Leonard et al., 2017; Tang et al., 2010). 

3.5 MICROSCALE THERMOPHORESIS (MST)  

Microscale thermophores (MST) is a technology based on the detection of a temperature 

induced change in fluorescence of a target, which is altered in temperature gradients due to a 

variety of molecular properties such as different sizes, charges and conformation. 

In the MST experiment, an infrared laser is usually used to generate the temperature gradient. 

The directed movement of molecules through the temperature gradient in the cell lysate is then 

detected and quantified using either covalently attached or intrinsic fluorophores. Especially in 

the case of study of low molecular weight compounds such as potential drug candidates and 

their target binding, which does not often significantly change the charge or size of a molecule, 

but only weak conformational alternation upon binding (Jerabek-Willemsen et al., 2014; 

Wienken et al., 2010).  
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By recording the precision of fluorescence, plus the sensitivity of thermophoresis and very 

small amount of sample consuming, MTS has been employed to study the protein-protein 

interaction/dissociation in a fast and robust way. Moreover, MST facilitates the sophisticated 

analysis of binding processes of small molecules with proteins in biological liquids.  
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4 RESULTS AND DISCUSSIONS 

4.1 PAPER I: MYC IS REQUIRED FOR ACTIVATION OF THE ATM-DEPENDENT 

CHECKPOINTS IN RESPONSE TO DNA DAMAGE.  

In paper I, we demonstrated that MYC contributes to the regulation of the ATM-dependent 

checkpoint responses to DNA damage, while cell death induced by UV irradiation, known to 

activate the ATR-dependent checkpoint, worked independently of the MYC status. 

Dysregulation of MYC can induce DNA damage both in a ROS-dependent and ROS-

independent manner, thereby inducing apoptosis. However, upon loss of surveillance 

modulators such as p14, p53 deficiency and MDM2 overexpression, and/or gain of prosurvival 

signals such as BCL-2 and NF-κB pathway alterations, MYC deregulation can also contribute 

to genome instability, chromosomal abnormalities and transformation (McMahon, 2014) 

(Gorgoulis et al., 2005; Karlsson et al., 2003; Vafa et al., 2002).  

Further, MYC activation has previously been shown to enhance the apoptotic effect of DNA 

damage induced by agents such as etoposide and camptothecin (Afanasyeva et al., 2007; 

Albihn et al., 2007), but the mechanism for this phenomenon has not been clarified.  

In paper I, engineered Rat1 cell lines were employed to measure the apoptotic effect upon DNA 

damage in cells with different MYC status. TGR-1 is the wild type parental line, expressing 

physiological level of MYC, while both MYC alleles has been deleted by homologous 

recombination in HO15.19 cells (Mateyak et al., 1997). HOmyc3 cells has been generated by 

reconstitution of the murine MYC gene into the HO15.19 cells, and these express higher level 

of MYC compared with TGR-1 cells. In paper I, we have shown that cell deaths upon ionizing 

irradiation (IR) or bacterial cytolethal distendin toxin (CDT) intoxication were delayed in 

HO15.19 cells with MYC deletion compared with the MYC expressing cells, as shown by the 

increased sub-G1 population in the former cells as assessed by PI staining and flow cytometry. 

Both IR and CDT are known to cause DNA double strand breaks (DSBs) and activate ATM-

dependent checkpoint responses.  

UV irradiation, which causes dipyrimidine photoproducts and activates mainly the ATR-

dependent DNA damage response, on the contrary, induced cell death with similar amplitude 

and kinetics in all the cell lines tested independently of the MYC status.  

We next assessed whether the delayed cell death induced by IR in the MYC null cells was 

associated with an altered ATM response. Indeed, phosphorylation of ATM and induction of 
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γH2AX were strongly reduced 2 hrs after IR exposure in MYC null cells compared to wt and 

MYC-reconstituted cells, suggesting that activation of ATM and downstream responses are 

MYC dependent. Moreover, p53 accumulated after 24 hrs of IR exposure in TGR-1 and 

HOmyc3 cells as expected, presumably as a consequence of MDM2 phosphorylation by ATM 

(Cheng and Chen, 2010; Gannon et al., 2012; Maya et al., 2001). However, this was not the 

case in MYC null cells, where p53 induction was delayed.  

We next looked at the NBS1 dependency of ATM activation. NBS1 is a sensor of DNA damage, 

as well as a MYC target gene (Chiang et al., 2003). The induction of NBS1 foci upon IR 

showed different kinetics in MYC expressing and MYC nulls cells, namely an enhanced 

expression of the NBS1 protein in HOMyc3 cells, and attenuated level of NBS1 in HO15.19 

null cells compared to the parental TGR-1. Further, after knocking down the expression of 

MYC in HCT116 human colon cancer cells by siRNA, we observed similar kinetics of ATM 

phosphorylation in wild type and MYC depleted cells, but the total level of phosphorylated 

ATM was significantly lower. 

Our results demonstrated that MYC regulates the ATM DDR/DNA repair pathway. MYC was 

shown to be required for activation of ATM, NBS1accumulation and phosphorylation of 

downstream effectors (H2AX, CHK2 and p53), in response to DNA damage inducers such as 

irradiation and CDT intoxication, thereby leading to apoptosis. Other studies have shown that 

inactivation of ATM reduces MYC-induced apoptosis thereby increases MYC-driven tumor 

development (Maclean et al., 2007; Pusapati et al., 2006; Reimann et al., 2007). This would be 

coherent with our result that MYC is necessary for ATM-mediated apoptosis.  

Also, other publications addressing the role of MYC in DDR and DNA repair are consistent 

with our findings; Chiang et al. have shown that NBS1 is a direct target gene of MYC. MYC-

mediated induction of NBS1 gene transcription was shown to occur in different tissues 

independent of cell proliferation (Chiang et al., 2003). Louto et al. showed that MYC occupies 

most DSB repair gene promoters and regulates their expression, and that MYC knockdown 

alone resulted in loss of long-term clonogenic survival, independent of apoptosis induction 

(Luoto et al., 2010). MYC therefore seems to play a dual role in apoptosis regulation upon 

DNA damage. It could promote both apoptosis and DNA repair, and the outcome of this may 

depend on the context, such as the extent of DNA damage, the MYC level, as well as the status 

other pro-apoptotic/ pro-survival cofactors. This clearly needs further investigation. Our new 

findings could contribute to a better understanding of the mechanisms of drug-induced 

cytotoxicity as well as for resistance to drug treatment in cancer therapy.  
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4.2 PAPER II： A SELECTIVE HIGH AFFINITY MYC-BINDING COMPOUND 

INHIBITS MYC:MAX INTERACTION AND MYC DEPENDENT TUMOR CELL 

PROLIFERATION.  

In paper I, a BiFC screening platform was established to screen for small molecule inhibitors 

which interfere with MYC:MAX protein interactions in cells. This was based on split YFP 

fusions with MYC and MAX proteins, respectively, and CFP as internal control. A few 

candidates, named MYCMIs, were identified from the NIC/NIH small molecule library of 

1900 compounds, according to the ratio of BiFC/CFP fluorescence intensities. Compared with 

other methods such as FRET, fluorescence polarization in vitro and yeast-two-hybrid (Y2H) 

assay, the cell-based BiFC assay has several advantages. For instance, already at the screening 

step, molecules with cell compatible features that target MYC:MAX interactions in their 

natural cellular environment will be selected for.   

Candidates from the screening, MYCMI-2, MYCMI-6, MYCMI-7 MYCMI-9, MYCMI-11 

and MYCMI-14, were thereafter evaluated and validated in other cell-based interaction assays. 

Paper II mainly focused on compounds specifically targeting MYC:MAX interaction without 

affecting MYC protein levels, including MYCMI-6, -11 and -14 in Paper II. MYCMI-7 and 

MYCMI-2 are characterized in Paper III and Paper IV, respectively.  

MYCMI-6, MYCMI-11 and MYCMI-14, and in particular MYCMI-6, were shown to be 

potent and selective inhibitors of the MYC:MAX bHLHZip interaction in cells by the split 

Gaussia luciferase (Gluc) assay, whereas no signs of inhibition of other bZip transcription 

factors interactions such as those between FOS and JUN, and GCN4 homodimerization were 

detected at the active concentrations of disrupting MYC:MAX bHLHZip. Furthermore, 

MYCMI-6, MYCMI-11 and MYCMI-14 were found to inhibit endogenous MYC:MAX 

interaction in cells as shown in in situ proximity ligation (isPLA) assay, with IC50 values of 1.5, 

6 and 6 µM, respectively, while they did not interfere with the interaction between bZip 

transcription factors FRA1:JUN or the interaction between MAX and the bHLHZip protein 

MXD1(MAD1), which is an intracellular competitor of MYC for MAX. MYCMI-6 exhibited 

its inhibitory effect already after 3 hours of treatment in the co-IP assay. 

MYCMI-6 in particular exhibited strong selective inhibition of MYC:MAX interaction in cells 

in the Gluc and isPLA assays at single-digit micromolar concentrations. Next, we addressed if 

MYCMI-6 inhibits MYC:MAX interaction also in vitro by microscale thermophoresis (MST) 

and surface plasmon resonance (SPR) assays using recombinant bHLHZip domains of MYC 

and MAX. In the MST assay, interaction between molecules is measured by detection of a 
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change in the movement of a fluorescence labeled target through a temperature gradient 

(thermophoresis) upon binding with a non-fluorescent ligand. MST were used in our study to 

measure interaction between recombinant bHLHZip domains of MYC and MAX. We used this 

MST system to measure the disturbance by MYCMIs of MYC:MAX interaction during 

thermophesis of fluorescently labeled MAXbHLHZip interacting with MYCbHLHZip, which 

was pre-incubated with MYCMIs. All three MYCMIs, in particular MYCMI-6, shifted MAX 

thermophoresis during interaction with MYCbHLHZip pre-mixed with MYCMI-6 relative to 

DMSO.  

We next characterized the efficiency of MYCMI-6 and investigated if it could discriminate 

between MYC:MAX and MAX:MAX interactions in MST assay. MYCMI-6 was titrated 

together with fluorescent labeled MAXbHLHZip together with MYCbHLHZip, or together 

with MAXbHLHZip.  The results showed that MYCMI-6 caused a thermophoresis shift with 

a Kd of 4.3 +/− 2.9 μM with respect to MYC:MAX interaction while only having minor effect 

on MAX:MAX interaction. 

To further investigate the potency of MYCMI-6 in inhibiting MYC:MAX interaction, we also 

conducted an SPR assay. In SPR, the interaction between protein and ligand is measured 

kinetically in real time. The ligand is immobilized on a gold sensor surface, followed by the 

injection of the receptor over the ligand fixed surface, and subsequent changes in the refractive 

index of the medium close to the sensor surface is then monitored. In our case, MAXbHLHZip 

was covalently attached onto the sensor chip, and MYCbHLHZip was injected over the surface, 

thereby allowing the measurement of MYC:MAX association and dissociation rates. Various 

concentrations of MYCMI-6 up to 10 µM were pre-incubated with MYCbHLHZip before 

flowing over MAXbHLHZip. The SPR results showed that MYCMI-6 inhibited the 

MYC:MAX heterodimer formation with an IC50 of 3.8+/− 1.2 µM. 10058-F4, used as a 

reference, was not as efficient as MYCMI-6 and KJ-Pyr-9, which is another MYC:MAX 

inhibitor reported previously, did not show any effect on MYC:MAX heterodimer formation 

up to a concentration of 10 µM.  

We next investigated whether MYCMI-6 selectively binds to MYC or MAX using MST and 

SPR assays. Recombinant MYC bHLHZip or MAX bHLHZip proteins were titrated, 

respectively, in a fixed concentration of MYCMI-6 in the MST assay. Changes in fluorescence 

was detected for MYC but not MAX, indicating binding of MYCMI-6 to MYC but not to MAX 

at these concentrations. In addition, the binding affinity of MYCMI-6 to MYC bHLHZip 

domain was analyzed by SPR, using a 1:1 Langmuir model to calculate the association and 
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dissociation rates of the compound. In this case, MYC bHLHZip was immobilized on the chip 

and injected MYCMI-6 was titrated. The association (on rate) and dissociation (off rate) was 

measured kinetically and showed a KD value of 1.6±0.5µM for the affinity of MYCMI-6 to 

MYC bHLHZip. This is clearly a higher affinity than reference molecules 10074-G5 and #474 

(an analogue of 10058-F4), which showed KDs of 28 and 15µM, respectively.  Binding of KJ-

Pyr-9 to MYC was not detected up to 8 µM in this assay. MYCMI-6 did not bind to the MAX 

bHLHZip in neither the MST or SPR assays, nor to the bHLHZip domain of MAD1, the p53 

core domain, BSA and YFP as shown by SPR. 

We continued to investigate whether MYCMI-6 would interfere with the biological activities 

of MYC. A panel of neuroblastoma cell lines with different status of MYCN was utilized to 

determine the effect of MYCMI-6 on MYC dependent tumor cell growth. The growth 

inhibition of 50% (GI50) values were about 2.5-6 µM for MYCN-amplified cell lines and 

around 20 µM or higher for MYCN-non-amplified cell lines, which indicate that MYCMI-6 

inhibit tumor cell growth in a MYC dependent manner. Moreover, MYCMI-6, MYCMI-11 

and MYCMI-14 also inhibited anchorage-independent growth of MYCN-amplified 

neuroblastoma cells efficiently with GI50 values of <0.4, 5 and 0.75 µM, respectively.   

To investigate if MYCMI-6 inhibited MYCN:MAX interaction and the transcriptional output 

of MYCN in MYCN-amplified neuroblastoma cells, we performed MYCN:MAX isPLA and 

measured the expression of a panel of verified MYC family target genes in neuroblastoma. It 

showed that MYCMI-6 significantly blocked MYCN:MAX interaction and the expression of 

MYC/MYCN target genes at a concentration of 2.5 µM, while maintaining the expression of 

both MYCN and MAX. 

MYCMI-6 also suppressed growth of Burkitt’s lymphoma (BL) cells, which carry MYC 

translocation, with high efficacy (GI50 about 0.5µM). To have a better understanding of the 

correlation between the levels of MYC expression in tumor cells and the growth inhibitory 

response, we extracted GI50 data from the NCI-60 diverse human tumor cell line panel available 

for MYCMI-6 by the Developmental Therapeutics Program of the U.S. National Cancer 

Institute (DTP-NCI). Statistical analysis of the data showed a strong correlation between MYC 

protein expression and growth inhibitory in response to MYCMI-6. In other words, cell lines 

with higher MYC protein level had significantly higher probability to respond to MYCMI-6 

treatment than cell lines with lower MYC protein levels.  
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We next studied the effect of MYCMI-6 on normal human cells. Importantly, while MYCMI-

6 caused apoptosis in MYCN-amplified neuroblastoma cells, it was not cytotoxic to normal 

human cells at active concentrations. 

To analyze the effects of MYCMI-6 in vivo, we next utilized a mouse xenograft tumor model 

based on human MYCN-amplified SK-N-DZ neuroblastoma cells. The SK-N-DZ cells were 

injected into the flank of athymic nude mice for tumor formation, a daily intraperitoneal 

injection of a dose of 20 mg/kg body weight of MYCMI-6 or vehicle were administered for 1–

2 weeks. MYCMI-6 reduced proliferation and induced massive apoptosis in tumor tissue 

measured by Ki67 and TUNEL staining. CD31 staining of endothelial cells in xenograft model 

indicated a significantly reduced microvascular density (MVD) upon MYCMI-6 treatment. 

Moreover, MYCMI-6 treatment did not cause severe side effects but only temporal body 

weight loss of the mice. Importantly, isPLA in the tumor tissue showed a significant reduction 

in MYCN:MAX interaction from MYCMI-6 treatment compared to vehicle-treated mice, 

showing that MYCMI-6 had active effect on the target, MYCN:MAX inhibition, in vivo.  

In conclusion, using a cell-based BiFC screen several new MYC:MAX heterodimer inhibitors 

were identified. Three of these, MYCMI-6, -11 and -14, which did not affect MYC expression, 

were studied in paper II. MYCMI-6 in particular showed strong potency and selectivity with 

respect to inhibition of MYC:MAX interaction both in cells and in vitro. Further, MYCMI-6 

selectively bound directly to MYC with low micromolar range affinity. Moreover, MYCMI-6 

it inhibited tumor cell growth in a MYC-dependent manner at low micromolar concentrations, 

while discriminating well between cancer cells and normal cells, thus showing a good 

therapeutic window.  Importantly, MYCMI-6 exhibited MYC:MAX inhibitory bioactivity in 

tumor tissue in vivo, and thus could be of interest for further pharmacological development. 
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4.3 PAPER III: MYCMI-7 - A SMALL MYC-BINDING COMPOUND THAT INHIBITS 

MYC:MAX INTERACTION AND TUMOR CELL GROWTH IN CULTURE AND 

IN VIVO IN A MYC-DEPENDENT MANNER. 

In paper III we characterized small molecule MYCMI-7, which was one of the top hits 

identified in paper II using a cell-based BiFC screen for MYC:MAX interaction inhibitors. In 

this study, we further validated the efficiency of MYCMI-7 with respect to inhibition of 

MYC:MAX interaction, binding to MYC and MYC-driven tumor cell growth and normal cell 

growth, as well as in mouse models of MYC-driven cancer models.  

The inhibitory effect of MYCMI-7 was validated using a number of other cell-based protein 

interactions assays in addition to BiFC, including the GLuc, isPLA, and 

coimmunoprecipitation (co-IP).   

Firstly, we verified that MYCMI-7 had a MYC:MAX inhibitory effect in the GLuc assay; it 

strongly reduced both MYC:MAX and NMYC:MAX interaction in cells but had only minor 

effect on homodimerization of the bZip protein GCN4, whereas previous published 

experimental inhibitor 10058-F4 and the bromodomain inhibitor JQ1 had much weaker effects 

on MYC:MAX interaction. A structural analogue of MYCMI-7 was inactive in the Gluc assay, 

therefore served as a reference compound in this and other assays. Further, MYCMI-7 inhibited 

endogenous MYC:MAX interaction in breast cancer cells as measured by isPLA, but did not 

inhibit interaction between the bZip proteins FRA1 and JUN. Kinetic experiments showed that 

MYCMI-7 started to reduce the MYC:MAX interaction already after 1 hour of treatment, and 

after 4 hours it had almost reached the minimum level, as shown by co-IP. 

Chromatin immunoprecipitation (ChIP) was also carried out in breast cancer cells to examine 

the effect of MYCMI-7 on the association of MYC with target gene promoters. In agreement 

with the rapid reduction in MYC:MAX dimerization observed in the co-IP, MYCMI-7 led to 

disassociation of MYC from the gene promoters starting already within 2 hours, and a 

maximum level of inhibition was reached after 4 hours of treatment and thereafter. In U2OS 

MYCER cells containing a 4-hydroxytamoxifen (HOT) regulatable MYC-estrogen receptor 

fusion protein, the HOT-induced expression of the MYC target gene CR2 was dramatically 

repressed by MYCMI-7 treatment. Therefore, we conclude that MYCMI-7 not only inhibited 

both exogenous and endogenous MYC:MAX protein interactions in cells, it also rapidly 

reduced MYC association with chromatin and blocked MYC target gene expression. 

Next, we looked at MYCMI-7 inhibitory effect on MYC:MAX in vitro. In the SPR assay, the 

recombinant MAXbHLHZip was immobilized on a gold chip, and titration of recombinant 
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MYCbHLHZip pre-mixed with MYCMI-7 was injected, flowing over MAXbHLHZip. The 

affinity of MYC to MAX on the chip was then measured.  SPR assay showed that MYCMI-7 

decreased the MYC:MAX interaction, which however stabilized at a level of approximately 

45% of control. Using SPR to study potential binding of MYCMY-7 to MYC, we could also 

show that MYCMI-7 bound to recombinant MYC bHLHZip domain with an affinity 

approximately of 4 M. Taken together, the results indicated that MYCMI-7 inhibited the 

interaction between recombinant bHLHZip domains of MYC and MAX by binding directly to 

MYC at low micromolar concentration. 

Looking at longer treatments (24-48 hours) with MYCMI-7 in cells, we noticed that not only 

the interaction between MYC or MYCN with MAX decreased, but also the steady state levels 

of both MYC and MYCN proteins were downregulated in Hela and Kelly cells, respectively. 

This suggested that MYCMI-7 might inhibit MYC and MYCN in both direct and indirect ways.  

We next addressed if the decrease in MYC protein levels was due to reduced MYC mRNA 

expression, therefore RT-qPCR was carried out after treatment with MYCMI-7 at different 

time points. The results demonstrated that MYCMI-7 did not decrease MYC mRNA levels in 

RT-qPCR significantly up to 24 hours. To investigate how MYCMI-7 regulates the steady level 

of the MYC protein, a cycloheximide (CHX) chase experiment, in which protein synthesis is 

blocked by CHX, was performed in HCT116 cells. A slightly increase of MYC turnover was 

detected.  

To further address how MYCMI-7 stimulates MYC degradation, we focused on FBXW7, 

which is the main E3 ligase targeting MYC for ubiquitylation and degradation (Yada et al., 

2004). Interestingly, MYCMI-7 did not affect MYC protein levels in the HCT116 FBXW7 

deficient cells, whereas both wild type and p53 null HCT116 cells showed a significant 

decrease of MYC protein level after MYCMI-7 exposure. CHX chase in FBXW7 deficient 

HCT116 cells confirmed that MYCMI-7 did not cause any change in MYC turnover rate in 

these cells. However, protein level of cyclin E, another target of FBXW7 (Cole et al., 2011; 

Koepp et al., 2001; Weber and Ryan, 2015) was not affected after MYCMI-7 treatment, 

excluding a general effect of FBXW7 on target proteins upon MYCMI-7 treatment.   

It has been reported that FBXW7 recognizes the Thr58- phosphorylated form of MYC and 

thereby target MYC for degradation. We therefore utilized Thr58A and Ser62A MYC mutants 

to validate the contribution of FBXW7 to MYCMI-7-induced downregulation of MYC protein 

level. Wild type MYC, T58A and S62A-mutant MYC were transiently transfected into U2OS 

cells, and also transduced stably in HO15.19 MYC null cells. Surprisingly, the levels of both 
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wild type and mutated MYC proteins were reduced in response to treatment in U2OS cells as 

well as in the HO15.19 cells. This argued against the hypothesis that the downregulation of 

MYC protein level upon MYCMI-7 treatment always go through the “classical” phospho-

Thr58/FBXW7 pathway. 

Intriguingly, when CHX chase experiments were performed in HeLa cells, no change MYC 

turnover rate was observed after MYCMI-7 treatment even though the MYC level was reduced, 

suggesting that the mechanism of MYC protein reduction is cell type or context dependent. To 

examine this further, we next measured MYC proteins synthesis in human U-937-MYC-6 cells, 

which contains a viral v-myc gene expressed from a retroviral promoter and lacking 5’ and 3’ 

mRNA regulatory elements, also expresses the endogenous MYC protein. MYCMI-7 only 

reduced synthesis of the endogenous MYC protein, but not the exogenous v-MYC protein. This 

suggests that regulatory sequences present in the human MYC mRNA species but absent in the 

mRNA expressed from the v-MYC construct may affect MYC mRNA translation. Therefore, 

it suggested the effect of MYCMI-7 on MYC turnover was cell type or context-dependent.   

We next investigated anti-tumor growth/viability effect of MYCMI-7, and its correlation with 

MYC level. We first utilized Rat1 fibroblasts with different MYC status to address if whether 

MYCMI-7 would affect cell growth in a MYC-dependent manner. H015.19 is a MYC null cell 

line derived from TGR-1 (parental cell line), while H0MYC3 was generated from the MYC 

null cells by reconstitution of the MYC gene (Mateyak et al., 1997). After 48 hours of MYCMI-

7 treatment, the metabolic activity of cells measured by MST-1 assay differed dramatically 

between MYC expressing cells (TGR-1 and HOMYC3 with IC50 around 2 M), and the MYC 

null cells HO15.19 which were unaffected even at MYCMI-7 concentrations of 12 M, with 

IC50 close to 20 M after 96 hours of MYCMI-7 exposure.  

An analogue of MYCMI-7, which did not affect MYC:MAX interaction, declined the viability 

of both HO15.19, TGR-1 and HOMYC3 cells and therefore did not discriminate between cells 

with different MYC status. The MYC selectivity of MYCMI-7 was further investigated in 

MCF7 breast cancer cells upon MYC knockdown, showing that cells depleted of MYC by 

siRNA-mediated knockdown were less sensitive to MYCMI-7 compared with the MYCMI-7 

analogue, while cells exposed to control-siRNA were equally sensitive to the two compounds.  

We next utilized a panel of neuroblastoma cell lines with or without MYCN-amplification.  

Our results showed that MYCMI-7 reduced tumor growth and viability in all the cell lines, but 

the effect was clearly stronger in the MYCN-amplified cell lines. MYCMI-7 also reduced 

growth of three Burkitt’s lymphoma cell lines with MYC translocation. In addition, we utilized 
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mRNA and protein expression data and GI50 data for the NCI-60 diverse human tumor cell line 

panel as described previously in Paper II. The data showed a strong correlation between MYC 

expression and growth inhibitory response to MYCMI-7 in human cancer cell lines. The results 

collectively indicated that MYCMI-7 reduced cell viability or inhibit cell growth in a MYC 

dependent manner. 

We next investigated the MYCMI-7’s anti tumorigenic capacity in a RAS + MYC 

cotransformation assay in primary rat embryonic fibroblasts (REFs). At a concentration of 0.5 

M, MYCMI-7 blocked transformation of the REFs by MYC together with activated HRAS 

in focus assays. MYCMI-7 also inhibited agarose colony formation of both MYC/HRAS 

transformed REFs and MYCN-amplified neuroblastoma cell line SK-N-DZ.   

To find out whether MYCMI-7 induced cytotoxic or cytostatic effects in tumor cells and 

normal cells, we utilized the Rat1 cells with different MYC status described above and human 

P493-6 B-cells with Tet-regulatable MYC. MYCMI-7 did not induce apoptosis in MYC null 

HO15.19 cells, but triggered apoptosis the wild type TGR-1 and MYC reconstituted HOMYC3 

cells. The P493-6 cells were synchronized in the G0 phase by shutting off MYC with the 

addition of doxycycline, then released into the G1 phase of cell cycle by doxycycline 

withdrawal in the presence or absence of MYCMI-7, after which cell cycle distribution was 

analyzed by FACS. MYCMI-7 treatment induced significant apoptosis compared with DMSO 

treatment as evident from the increased subG1 population as well as G1 arrest. However, 

MYCMI-7 did not reduce viability of either normal REFs, which arrested in the G1 phase of 

the cell cycle, nor of human normal diploid fibroblasts (HNDF) cells, but reduced viability in 

A375 melanoma cells in a dose dependent manner by induction of apoptosis. Taken together, 

our results showed that MYCMI-7 strongly inhibited tumor cell growth and induced apoptosis 

in a MYC dependent manner without affecting viability of normal cells, thus indicating a good 

therapeutic window for MYCMI-7. 

We also conducted in an ex vivo screen of MYCMI-7 efficacy on cells derived from primary 

glioblastoma tumor biopsies of 42 patients. The results showed that MYCMI-7 had potent anti-

tumor growth effect with EC50 in the submicromolar range in most of the glioblastoma cultures. 

In addition, MYCMI-7 inhibited growth of three patient-derived acute myeloblastic leukemia 

(AML) cell cultures with EC50 in a range of 0.15-1.3 M.  

Finally, MYCMI-7 was tested in several mouse tumor models, representing a MYC driven 

acute myeloid leukemia (AML) in which hematopoietic stem and myeloid progenitor cells that 

have gone through malignant transformation. In the AML model, hematopoietic stem cells 
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(HSCs) were isolated and purified from mouse bone marrow, then transduced with MYC and 

BCL-XL retroviral vectors, followed by expansion in vitro and injection into sub-lethally 

irradiated recipient syngeneic mice (Hogstrand et al., 2012). This leads to reconstitution of the 

bone marrow stem cell comnpartment to some extent but also to leads to rapid development of 

very aggressive AML-like leukemia. After the first signs of AML in the blood, treatment with 

MYCMI-7 or vehicle was initiated, and mice were sacrificed at different days post treatment 

and bone marrow and spleen samples were collected. At day 11 post treatment, very few 

leukemic cells were seen in the bone marrow under any conditions, but at day 15, there was a 

dramatic increase in leukemic cells in vehicle treated mice, which was essentially blocked in 

MYCMI-7 treated mice. At the end point, MYCMI-7 treated mice had still less leukemic cells 

in both bone marrow and spleen, and the latter retained a more normal spleen structure 

compared with the collapsed spleen structure in vehicle-treated mice.  In summary, MYCMI-

7 inhibited MYC/BCL-XL-driven tumor growth in vivo with tolerable side effects. 

We also studied the anti-tumor effect of MYCMI-7 in mouse xenograft tumor models of solid 

tumors representing breast cancer and neuroblastoma. Here we utilized the human basal-like 

breast cancer cell line MDA-MB-231 and MYCN-amplified SK-N-DZ neuroblastoma cells. 

The tumor cells were injected into the flank of mice. After tumors had become palpable, 

MYCMI-7 was administered intratumorally every fourth day until sacrifice when tumor 

volume reached the endpoint. MYCMI-7 treatment in both the breast cancer and the 

neuroblastoma xenograft model resulted in reduced tumor growth as well as prolonged 

survival. Immunohistochemical Ki67 staining of the tumor tissues showed that MYCMI-7 

treatment in triple negative breast cancer xenograft model considerably slowed down the tumor 

cell proliferation.  

In conclusion, MYCMI-7 inhibited both exogenous and endogenous MYC:MAX protein 

interaction in cells at low micromolar concentrations, as well as in vitro. It bound to 

recombinant MYC with an affinity of approximately 4 M, as well as decreased the steady 

state levels of MYC protein in cells. It also induced apoptosis in a MYC-dependent manner in 

tumor cells and immortalized cells while causing only G1 arrest with maintained viability in 

normal cells. In comparison with other reference MYC inhibitors such as 10058-F4 and JQ1, 

MYCMI-7 was more potent with respect to inhibition of cell growth and induction of cell death. 

Importantly, MYCMI-7 inhibited tumor growth in AML, breast cancer and neuroblastoma 

mouse models. The mechanism of how MYCMI-7 affects the steady state level of MYC protein 

still remains elusive, and there are indications that these effects may be cell type-specific, which 
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requires further investigation. MYCMI-7 is a potent and selective MYC inhibitor that has 

potential for further development towards anti-MYC drugs for clinical relevance in the future.  
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4.4 PAPER IV: IDENTIFICATION OF A HIGH AFFINITY MYC-BINDING 

COMPOUND TARGETING THE MYC:MAX PROTEIN INTERACTION. 

We utilized the cell-based GLuc and isPLA protein interaction assays to validate MYCMI-2’s 

MYC:MAX inhibitory efficacy in cells. MYCMI-2 inhibited both MYC:MAX and 

MYCN:MAX dimerization to about 60% and 70% of the DMSO control at 10 M after 24 

hours treatment, without interfering with homodimerization of the bZip protein GCN4. The 

isPLA assay demonstrated an IC50 of about 5-6 μM in MCF7 cells, where cells started to 

respond already after 6 hours of MYCMI-2 treatment. Taken together, MYCMI-2 inhibited 

both exogenous and endogenous MYC:MAX interaction in cells. 

We next examined whether MYCMI-2 targets the MYC:MAX interaction directly or indirectly 

and therefore performed experiments in vitro. For this we utilized an in vitro Gluc assay, based 

on split Gaussia luciferase fused to recombinant MYC and MAX, respectively. The 

recombinant proteins were translated separately in vitro using the TNT T7 coupled reticulocyte 

lysate system, mixed together in a ratio 1:1 together with compound after which Gaussia 

luciferase was measured by adding the substrate coelenterazine. The results showed that 

MYCMI-2 dramatically inhibited the MYC:MAX and MYCN:MAX interactions in vitro to 

10-15% of DMSO control, with little interference with GCN4:GCN4 homodimerization. The 

MAX:MAX interaction was only reduced slightly, suggesting that MYCMI-2 preferentially 

inhibits the MYC:MAX over the MAX:MAX interaction. Fluorescence resonance energy 

transfer (FRET) was utilized to further validate MYCMI-2’s ability to interrupt the MYC:MAX 

interaction in vitro, using recombinant proteins MYCbHLHZip fused to mTorq and 

MAXbHLHZip fused to eYFP as donor and acceptor, respectively. The compounds were 

incubated with the already heterodimerized MYC-mTorq:MAX-eYFP proteins which had a 

ratio of 1:1.1. IC50 for MYCMI-2 was estimated to approximately 240 +/-80 nM after a titration 

up to 3200 nM. The reference compounds 10058-F4 and 10074-G5, however, did not obtain 

any FRET signal in the same set up. Next, we modified the experiment setting which was to 

incubate the compounds with MYC-mTorq first before MAX-eYFP was added. In this case, 

only 10074-G5, in addition to MYCMI-2, showed and inhibitory effect, indicating that only 

MYCMI-2 had the capacaity to disrupt pre-formed MYC:MAX heterodimers. Titration of 

10074-G5 indicated an IC50 of approximately 25 µM, corresponding to previous published data. 

The other reference compound 10058-F4 was not active even up to 100 µM in the FRET assay, 

which is consist with other study that 200 µM is needed to split the MYC:MAX heterodimer 

(Choi et al., 2017). 
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The surface plasmon resonance (SPR) assay, described above, was also utilized to study the 

inhibitory effect of MYCMI-2 on MYC:MAX interaction inhibition in vitro. In the SPR assay, 

MYCbHLHZip was immobilized onto the sensor chip, while MAXbHLHZip was injected 

together with MYCMI-2, with a titration of MYCMI-2 in concentrations ranging from 1 nM 

up to 40 nM. The results showed that MYCMI-2 inhibited the MYC:MAX interaction with an 

IC50 below 1 nM.  

To address whether MYCMI-2 binds to MYC or MAX, we next conducted an MST experiment. 

In the MST assay, fluorescence labelled MYCbHLHZip was used for the thermophoresis after 

incubation with various concentrations of MYCMI-2 up to 500 nM. The MST assay 

determined a high affinity of MYCMI-2 binding to with MYC with an approximate Kd of 7 

nM. SPR assay was performed to further validate the results. For the binding study of MYCMI-

2, MYCbHLHZip was immobilized on the sensor chip, and MYCMI-2 was injected at different 

concentrations. An affinity with the extraordinary KD of approximately 1.3 +/- 0.2 nM was 

determined in this assay.  

We next investigated the biological effect of MYCMI-2 in cells. MYCMI-2 inhibited growth 

of Burkitt’s lymphoma (BL) cells Mutu and Daudi, which have MYC translocation, and 

inhibited cell growth/viability of the MYCN-amplified neuroblastoma cell line SK-N-DZ with 

an EC50 between 1.5-6 μM, while there was little effect on the MYCN-non-amplified cell line 

SK-N-F1 up to 50 M. MYCMI-2 reduced viability in the cervical cancer cell line HeLa and 

the breast cancer cell line MCF7, with EC50s about 5 M for both cell lines, while it did not 

affect growth and viability of normal melanocytes at concentrations up to 25 M. In addition, 

in Rat1 cells with different MYC status, MYCMI-2 barely affected growth HO15.19 MYC null 

cells while inhibiting growth of MYC-reconstituted HOMYC3 cells. Further, MYCMI-2 

potently inhibited anchorage independent growth of SK-N-DZ neuroblastoma cells, with EC50 

values below 1 M. Taken together, these results suggest MYCMI-2 inhibited tumor cell 

growth in a MYC dependent manner, while it was not cytotoxic to normal cells. 

To optimize the efficacy of MYCMI-2 in cells, we attempted to identify analogues with 

improved efficacy in cells while maintaining activity in vitro. A number of MYCMI-2 

analogues were obtained from NIH/NCI, and their efficacy were screened both in the cell-based 

and the in vitro Gluc assay. 

One of the analogues, compound MYCMI-2:47 had a similar activity as MYCMI-2 in vitro, 

but showed a poor GLuc activity in cells. Several other candidates were not as good as 

MYCMI-2 in the in vitro screen, such as MYCMI-2:7, MYCMI-2:16, MYCMI-2:17 and 
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MYCMI-2:18, but showed improved GLuc activity in cells compared with MYCMI-2. The 

selected analogues were tested further for selectivity in the GLuc screen but unfortunately 

many analogues did not pass this test. One analogue, MYCMI-2:7 showed lower but acceptable 

potency in the in vitro GLuc screen, demonstrated slightly better MYC:MAX inhibitory effect 

in the cell based GLuc screen compared with MYCMI-2 (p<0.05). Further, MYCMI-2:7 

maintained selectively towards MYC:MAX heterodimerization over MAX:MAX or 

GCN4:GCN4 in Gluc assay both in cells and in vitro. Moreover, in the isPLA assay, MYCMI-

2:7 inhibited MYC:MAX interaction down to about 40% of DMSO treatment, although here 

the difference towards MYCMI- 2 was not significant. 

To further investigate MYCMI-2:7 inhibitory capability in vitro, a FRET assay was performed, 

as described above. MYCMI-2:7 exposure at a concentration of 25 M showed an inhibitory 

effect below 50% on the MYC-mTorq:MAX-eYFP protein interaction. Using SPR, the affinity 

of MYCMI-2:7 to MYC and MYCN was estimated to be approximately 17-20 µM in KD.  

Unlike MYCMI-2, MYCMI-2:7 downregulated the endogenous MYC protein level in MCF7 

cells, indicating that MYCMI-2 and MYCMI-2:7 work differently mechanistically. Similar to 

MYCMI-2, MYCMI-2:7 treatment selectively reduced cell growth of MYCN-amplified SK-

N-DZ neuroblastoma cells with an IC50 of approximately 10 µM while not inhibiting growth 

of the MYCN-non-amplified SK-N-F1 neuroblastoma cells. MYCMI-2:7 inhibited cell 

proliferation in a MYC dependent manner when evaluated in Rat1 cells with different MYC 

status. The growth of HOMYC3 cells with reconstituted MYC declined down to 40% at 6.25 

M of MYCMI-2:7, while the HO15.19 MYC null cells were unaffected at the same 

concentrations. 

In summary, we have demonstrated that MYCMI-2 has an extraordinary potency in vitro 

binding to MYC with a KD of 1.3 +/- 0.2 nM as determined by SPR, and an activity in cells in 

the lower μM range, while the analogue MYCMI-2:7 was less active in vitro and only 

marginally better in cells. With help of structure-activity relationship (SAR) studies, potentially 

a more biologically active lead molecule can be designed based on the mapping of binding site 

of MYCMI-2 to MYC using MYC mutants, NMR and X-ray crystallography.  
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5 CONCLUSIONS AND PERSPECTIVES 

The MYC transcription factor family is a classic oncogene involved in cancer formation and 

progression. As a “master regulator” MYC plays a critical role in cell cycle progression, 

biomass increase, apoptosis and tumorigenesis. MYC is reported to be dysregulated in roughly 

70% of human cancers, often as a consequence of gene amplification. 

In addition, deregulation of MYC proteins is often associated with aggressive forms of tumors 

and poor prognosis in the clinic (Meyer and Penn, 2008). Evidence is emerging that MYC is 

both a prioritized and suitable target for anti-cancer therapy. Many studies demonstrated that 

MYC is required not only for formation and maintenance of typical MYC-driven tumors, but 

also in a number of different tumors as well, including KRas- or BRAF-induced lung and 

pancreatic cancer (Soucek et al., 2008) (add some more ref, including the latest from Laura, 

Tabor, Juan). These observations suggest that inhibition of MYC in a possible way of 

eradicating not only MYC-driven tumors, but also those initiated by other oncogenes.  

Considering the two opposing functions of MYC-induced DDR, it would be of interest to 

investigate the deeper mechanism so to open up new therapeutic opportunities for targeting 

MYC. As a tumor suppressor mechanism, DDR is induced upon oncogene activation, such 

as activation of RAS or MYC, and involves ATM/CHK2, ATR/CHK1, DNA-PK, TIP60, 

WIP1 and p53 to restrain tumor development, often resulting in apoptosis or senescence. 

However, the MYC-induced DDR also engages the ATR/CHK1 and DNA repair pathways, 

allowing cell proliferation and avoiding cytotoxic DNA damage accumulation (Murga et al., 

2011; Smith et al., 2010; Weber and Ryan, 2015). 

Since MYC is tightly regulated at multiple levels such as transcription level, mRNA translation 

and protein turnover, etc., inhibition of MYC through any of these mechanisms may result in 

activation of alternative routes of MYC activation and therefore resistance development 

(Prochownik and Vogt, 2010). Therefore, targeting MYC directly, or through its obligatory 

partner Max, although challenging, seems to be a more fruitful way to attack MYC in cancer. 

If specific protein-protein interactions within the MYC network can be inhibited, the inhibitors 

may not only be used as drug candidates but also in the research community for studying the 

fundamental mechanism of the many MYC actions within the cell.  

However, as one of the earliest identified cellular oncogenes, MYC was considered as 

“undruggable” for such a long time due to the fact that the intrinsic disordered structure of 

MYC and MAX, as well as the extensive interfaces via large surface lacking of virtually natural 
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“pocket” to hold firmly the small molecule drug. With science and research methods 

development, many breakthroughs have been made in MYC biology which indicate that 

“undruggable” might need to be re-define as “difficult to drug” or “yet to be drugged” (Dang 

et al., 2017). 

In this work, we identified and characterized several small molecules targeting the interaction 

between MYC and MAX. We found that MYCMI-6 selectively targets MYC:MAX interaction 

both in vitro and in cells without affecting MYC expression and binds directly to MYC with 

single digit micromolar affinity, thus was qualified as a unique molecular tool to specifically 

target MYC: MAX pharmacologically and it has good potential for drug development. 

MYCMI-7 also binds to MYC, and besides its MYC:MAX inhibitory effect also reduces MYC 

protein expression, it inhibits MYC-dependent tumor cell growth at single digit micromolar 

concentrations, thereby inducing apoptosis in tumors while sparing normal cells, and most 

importantly shows good potential in vivo. Though the mechanism of how MYCMI-7 targets 

MYC protein level remains unclear, it could be used as a tool to increase our understanding of 

pathways for MYC inhibition. MYCMI-2 possesses a very high activity with respect to 

inhibition of MYC:MAX interactions in all in vitro assays including GLuc, FRET (IC50 of 240 

+/-80 nM in a 1:1.5 ratio of MYC:MYCMI-2) and SPR (IC50 < 1 nM). Importantly, MYCMI-

2 bound to the bHLHZip region of MYC with very high affinity with a KD of 1.3 +/- 0.2 nM 

as determined by SPR, compared with MYCMI-6 has a KD of 1.6 M for MYC. The affinity 

of MYCMI-2 to MYC makes it outstanding compared to previously described MYC:MAX PPI 

inhibitors, such as 10058-F4 and 10074-G5, with an IC50 of approximately 25 M and no 

effect up to 100 M in FRET, respectively. Another well studied MYC:MAX inhibitor, KJ-

Pyr-9 was previously reported to bind directly to MYC with a KD of 6.5 nM, and with an IC50 

for MYC:MAX dissociation of 13.4 nM. However, we were not able to confirm this in our 

protein interaction and binding assays. MYCMI-2 shows mediocre effect on MYC:MAX 

interaction in cells probably due to inefficient cellular uptake or high intracellular turnover, but 

it is worthy to identify analogues with improved cellular or in vivo bioactiviy. 

Take all the evidence as described above, our study indicated that despite of MYC’s 

intrinsically disordered nature and other challenges, inhibitors of MYC/MAX interaction is a 

promising therapeutic approach to combat MYC’s tumorigenic function.  

Identification of small molecules that specifically inhibits the interaction between MYC:MAX 

will be of importance not only to increase the basic knowledge on mechanisms of tumor 
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development but will also contribute to the exploring of new therapeutic strategies to combat 

cancer in the future. 

  



 

70 

6 ACKNOWLEDGEMENTS 

 

This thesis work was performed at the Department of Microbiology, Tumor and Cell Biology 

(MTC), Karolinska Institutet. I would like to thank the various organizations that provided 

financial support for the research and conferences, especially KID-funding. Moreover, I would 

like to express my gratitude to the institution for providing excellent research environment. 

Also I would like to express my gratitude to all those who have helped me during past few 

years. In particular, many thanks to: 

My main supervisor Professor Lars-Gunnar Larsson. Thank you for opening the door for 

me to MYC research. I was impressed by your dedication and enthusiasm to science, as well 

as to life. I relly admire your attitude to science and work. Without your help and guidance, I 

would not have the chance to have the wonderful journey which was full of excitement and 

memory. Thank you for the deep knowledge and respectful scientific attitude you have shown. 

Thank you for all the late nights reviewing and editing my naive drafts. Thank you for all the 

weekends you have spent on discussion with us. 

 

My co-supervisor Dr. Alina Castel. Thank you for making my study fun and organized, I have 

learned a lot from you, and thank you for sharing all the valuable experience and great ideas. 

Thank you for always driving me going ahead, I believe you will dive into academic world 

again and make tremendous contribution! Good luck! Alina Rocks! 

 

Thank you all, my lovely MYC group members: Fan, Marcela, Wesam, Mariam, and 

previous members Yingtao, Karin, Per, Hamid, Sanna, Helen, Nyosha, Jacob, Eduar, 

Aishe, Vedrana, Matteo, Bas, and Najoua, you are the best MYC familiy members ever! 

Thank you for all the kind help and interesting topics we discussed. You have made my journey 

warm and cozy. I would thank Fan especially for you are always ready to help and support, as 

well as for your kindness and patience. All the best and wish you a great future! 

 

Thanks to all the co-authors and collaborators for their contribution on our work! To all the 

colleagues for the kind advice and wise comment on the work. 

  

Many thanks to Gesan and Åsa for your kind help and support! 

 



 

 71 

There are so many names I want to mention; I believe it will be longer than the thesis itself. So 

thank you all MTCers or KIers, for being so friendly and helpful, I will always remember the 

endless laugh and wonderful time we have worked and studied together. Especially for Galina 

Selivanova’s group, Sonia Lain’s group and Marie Henriksson’s group, thank you all for the 

journal club’s scientific discussion, and the fun fika time, I will never forget the inspirations 

you have brought to me! 

 

I would like to especially thank Yao and Xingjia for such great friendship, for the 

unconditional support. I have learnt so much life experience from you both. You are like 

trustful families to me. 古人诚不欺我，远亲不如近邻！Wish you all the best and enjoy the 

wonderful family life! Also a big thank you to my dear friend Nina, for everything you have 

shared with me, as well as for the good time we have spent together! My life in Sweden would 

be dull without you. Good luck to your new adventure with dear Alivia.  

 

A special thank to Yu, for being such a perfect neighbour, a trustful friend, and for being always 

supportive for me! Further I would like to thank Na and Kelin, for all interesting discussion 

and diners, as well as for the valuable experience you shared with me. Hope you will enjoy the 

beauty of life together with Qiubao and Qiubei.  

 

Thank Pax 三国杀 group, which had brought huge fun in my life. I missed the time so much 

when we were together eating, laughing and sharing brilliant ideas. Thank you all, old friends 

who might have left Sweden or Stockholm for some time, Bin and Jiaqi, Ci and Chang, 

Xinming and Yang, Zhili and Qiuling, wherever you are, wish you all the best with new 

challenges together with new little family members☺ 

 

Finally, I would like to thank my family for all the unconditional love and support, without you 

I will never make it happen. Thank you, Ryan and Olivia, for not messing up with me when I 

was writing and reading. Good job☺ Wish you two could stay curious and energetic in your 

whole life! Enjoy your unique journey with full of adventure as well as endless enthusiasm. 

Thank you Shuo, for your life-long companionship, for taking care of the family when I was 

not able to. Thanks for all the sweet and bitter memories which made me grow. Last but not 

least, thank you sincerely, my dearest mother, for your endless love, unconditional support and 

selfless dedication.  

 

 



 

72 

 

由衷感谢我的家人对我的无私付出与帮助，陪伴我度过人生中最重要的阶段！无以为

报，此生当有幸，尽泣感恩珠, 必不忘初心，砥砺前行！ 



 

 73 

7 REFERENCES 

Abbas, T., and Dutta, A. (2009). p21 in cancer: intricate networks and multiple activities. Nat 

Rev Cancer 9, 400-414. 

Adamson, E.D. (1987). Oncogenes in development. Development 99, 449-471. 

Adhikary, S., and Eilers, M. (2005). Transcriptional regulation and transformation by Myc 

proteins. Nat Rev Mol Cell Biol 6, 635-645. 

Afanasyeva, E.A., Komarova, E.Y., Larsson, L.G., Bahram, F., Margulis, B.A., and Guzhova, 

I.V. (2007). Drug-induced Myc-mediated apoptosis of cancer cells is inhibited by stress protein 

Hsp70. Int J Cancer 121, 2615-2621. 

Agrawal, P., Yu, K., Salomon, A.R., and Sedivy, J.M. (2010). Proteomic profiling of Myc-

associated proteins. Cell Cycle 9, 4908-4921. 

Albihn, A., Mo, H., Yang, Y., and Henriksson, M. (2007). Camptothecin-induced apoptosis is 

enhanced by Myc and involves PKCdelta signaling. Int J Cancer 121, 1821-1829. 

Alderton, G.K. (2011). Targeting MYC? You BET. Nat Rev Drug Discov 10, 732-733. 

Alderton, G.K. (2014). Transcription: The transcriptional effects of MYC. Nat Rev Cancer 14, 

513. 

Alt, F.W., DePinho, R., Zimmerman, K., Legouy, E., Hatton, K., Ferrier, P., Tesfaye, A., 

Yancopoulos, G., and Nisen, P. (1986). The human myc gene family. Cold Spring Harbor 

symposia on quantitative biology 51 Pt 2, 931-941. 

Altman, B.J., Stine, Z.E., and Dang, C.V. (2016). From Krebs to clinic: glutamine metabolism 

to cancer therapy. Nat Rev Cancer 16, 619-634. 

Amati, B., and Land, H. (1994). Myc-Max-Mad: a transcription factor network controlling cell 

cycle progression, differentiation and death. Curr Opin Genet Dev 4, 102-108. 

Amorim, S., Stathis, A., Gleeson, M., Iyengar, S., Magarotto, V., Leleu, X., Morschhauser, F., 

Karlin, L., Broussais, F., Rezai, K., et al. (2016). Bromodomain inhibitor OTX015 in patients 

with lymphoma or multiple myeloma: a dose-escalation, open-label, pharmacokinetic, phase 1 

study. The Lancet Haematology 3, e196-204. 

Andresen, C., Helander, S., Lemak, A., Fares, C., Csizmok, V., Carlsson, J., Penn, L.Z., 

Forman-Kay, J.D., Arrowsmith, C.H., Lundstrom, P., et al. (2012). Transient structure and 

dynamics in the disordered c-Myc transactivation domain affect Bin1 binding. Nucleic Acids 

Res 40, 6353-6366. 

Andrieu, G., Belkina, A.C., and Denis, G.V.Annibali, D., Whitfield, J.R., Favuzzi, E., Jauset, 

T., Serrano, E., Cuartas, I., Redondo-Campos, S., Folch, G., Gonzalez-Junca, A., Sodir, N.M., 

et al. (2014). Myc inhibition is effective against glioma and reveals a role for Myc in proficient 

mitosis. Nat Commun 5, 4632. 

Ang, Y.S., Tsai, S.Y., Lee, D.F., Monk, J., Su, J., Ratnakumar, K., Ding, J., Ge, Y., Darr, H., 

Chang, B., et al. (2011). Wdr5 mediates self-renewal and reprogramming via the embryonic 

stem cell core transcriptional network. Cell 145, 183-197. 

Avdulov, S., Li, S., Michalek, V., Burrichter, D., Peterson, M., Perlman, D.M., Manivel, J.C., 

Sonenberg, N., Yee, D., Bitterman, P.B., et al. (2004). Activation of translation complex eIF4F 



 

74 

is essential for the genesis and maintenance of the malignant phenotype in human mammary 

epithelial cells. Cancer Cell 5, 553-563. 

Bahram, F., Hydbring, P., Tronnersjo, S., Zakaria, S.M., Frings, O., Fahlen, S., Nilsson, H., 

Goodwin, J., von der Lehr, N., Su, Y., et al. (2016). Interferon-gamma-induced p27KIP1 binds 

to and targets MYC for proteasome-mediated degradation. Oncotarget 7, 2837-2854. 

Balaji, K.C., Koul, H., Mitra, S., Maramag, C., Reddy, P., Menon, M., Malhotra, R.K., and 

Laxmanan, S. (1997). Antiproliferative effects of c-myc antisense oligonucleotide in prostate 

cancer cells: a novel therapy in prostate cancer. Urology 50, 1007-1015. 

Barnum, K.J., and O'Connell, M.J. (2014). Cell cycle regulation by checkpoints. Methods Mol 

Biol 1170, 29-40. 

Barrett, J., Birrer, M.J., Kato, G.J., Dosaka-Akita, H., and Dang, C.V. (1992). Activation 

domains of L-Myc and c-Myc determine their transforming potencies in rat embryo cells. Mol 

Cell Biol 12, 3130-3137. 

Beaulieu, M.E., Jauset, T., Masso-Valles, D., Martinez-Martin, S., Rahl, P., Maltais, L., 

Zacarias-Fluck, M.F., Casacuberta-Serra, S., Serrano Del Pozo, E., Fiore, C., et al. (2019). 

Intrinsic cell-penetrating activity propels Omomyc from proof of concept to viable anti-MYC 

therapy. Sci Transl Med 11. 

Beltran, H. (2014). The N-myc Oncogene: Maximizing its Targets, Regulation, and 

Therapeutic Potential. Mol Cancer Res 12, 815-822. 

Berg, T. (2011). Small-molecule modulators of c-Myc/Max and Max/Max interactions. Curr 

Top Microbiol Immunol 348, 139-149.Blackford, A.N., and Jackson, S.P. (2017). ATM, ATR, 

and DNA-PK: The Trinity at the Heart of the DNA Damage Response. Mol Cell 66, 801-817. 

Beroukhim, R., Mermel, C.H., Porter, D., Wei, G., Raychaudhuri, S., Donovan, J., Barretina, 

J., Boehm, J.S., Dobson, J., Urashima, M., et al. (2010). The landscape of somatic copy-number 

alteration across human cancers. Nature 463, 899-905. 

Bhat, M., Robichaud, N., Hulea, L., Sonenberg, N., Pelletier, J., and Topisirovic, I. (2015). 

Targeting the translation machinery in cancer. Nat Rev Drug Discov 14, 261-278. 

Blackwell, T.K., Kretzner, L., Blackwood, E.M., Eisenman, R.N., and Weintraub, H. (1990). 

Sequence-specific DNA binding by the c-Myc protein. Science 250, 1149-1151. 

Bonelli, M.A., Digiacomo, G., Fumarola, C., Alfieri, R., Quaini, F., Falco, A., Madeddu, D., 

La Monica, S., Cretella, D., Ravelli, A., et al. (2017). Combined Inhibition of CDK4/6 and 

PI3K/AKT/mTOR Pathways Induces a Synergistic Anti-Tumor Effect in Malignant Pleural 

Mesothelioma Cells. Neoplasia 19, 637-648. 

Bordeleau, M.E., Robert, F., Gerard, B., Lindqvist, L., Chen, S.M., Wendel, H.G., Brem, B., 

Greger, H., Lowe, S.W., Porco, J.A., Jr., et al. (2008). Therapeutic suppression of translation 

initiation modulates chemosensitivity in a mouse lymphoma model. J Clin Invest 118, 2651-

2660. 

Bouchard, C., Thieke, K., Maier, A., Saffrich, R., Hanley-Hyde, J., Ansorge, W., Reed, S., 

Sicinski, P., Bartek, J., and Eilers, M. (1999). Direct induction of cyclin D2 by Myc contributes 

to cell cycle progression and sequestration of p27. EMBO J 18, 5321-5333. 

Boutros, R., Lobjois, V., and Ducommun, B. (2007). CDC25 phosphatases in cancer cells: key 

players? Good targets? Nat Rev Cancer 7, 495-507. 

 



 

 75 

Boxer, R.B., Jang, J.W., Sintasath, L., and Chodosh, L.A. (2004). Lack of sustained regression 

of c-MYC-induced mammary adenocarcinomas following brief or prolonged MYC 

inactivation. Cancer Cell 6, 577-586. 

Breit, S., and Schwab, M. (1989). Suppression of MYC by high expression of NMYC in human 

neuroblastoma cells. Journal of neuroscience research 24, 21-28. 

Brockmann, M., Poon, E., Berry, T., Carstensen, A., Deubzer, H.E., Rycak, L., Jamin, Y., 

Thway, K., Robinson, S.P., Roels, F., et al. (2013). Small molecule inhibitors of aurora-a 

induce proteasomal degradation of N-myc in childhood neuroblastoma. Cancer Cell 24, 75-89. 

Brodeur, G.M., Seeger, R.C., Schwab, M., Varmus, H.E., and Bishop, J.M. (1984). 

Amplification of N-myc in untreated human neuroblastomas correlates with advanced disease 

stage. Science 224, 1121-1124. 

Brooks, T.A., and Hurley, L.H. (2010). Targeting MYC Expression through G-Quadruplexes. 

Genes Cancer 1, 641-649. 

Bunda, S., Heir, P., Srikumar, T., Cook, J.D., Burrell, K., Kano, Y., Lee, J.E., Zadeh, G., 

Raught, B., and Ohh, M. (2014). Src promotes GTPase activity of Ras via tyrosine 32 

phosphorylation. Proceedings of the National Academy of Sciences 111, E3785. 

Burnet, M. (1957). Cancer; a biological approach. I. The processes of control. British medical 

journal 1, 779-786. 

Cairns, R.A., Harris, I.S., and Mak, T.W. (2011). Regulation of cancer cell metabolism. Nat 

Rev Cancer 11, 85-95. 

Campaner, S., and Amati, B. (2012). Two sides of the Myc-induced DNA damage response: 

from tumor suppression to tumor maintenance. Cell Div 7, 6. 

Cantley, L.C. (2002). The phosphoinositide 3-kinase pathway. Science 296, 1655-1657. 

Carmeliet, P., and Jain, R.K. (2000). Angiogenesis in cancer and other diseases. Nature 407, 

249-257. 

Carroll, P.A., Freie, B.W., Mathsyaraja, H., and Eisenman, R.N. (2018). The MYC 

transcription factor network: balancing metabolism, proliferation and oncogenesis. Frontiers of 

medicine 12, 412-425. 

Castell, A., and Larsson, L.G. (2015). Targeting MYC Translation in Colorectal Cancer. 

Cancer Discov 5, 701-703.  

Castell, A., Yan, Q., Fawkner, K., Hydbring, P., Zhang, F., Verschut, V., Franco, M., Zakaria, 

S.M., Bazzar, W., Goodwin, J., et al. (2018). A selective high affinity MYC-binding compound 

inhibits MYC:MAX interaction and MYC-dependent tumor cell proliferation. Sci Rep 8, 

10064. 

Castellano, E., and Downward, J. (2011). RAS Interaction with PI3K: More Than Just Another 

Effector Pathway. Genes Cancer 2, 261-274. 

Cepeda, D., Ng, H.F., Sharifi, H.R., Mahmoudi, S., Cerrato, V.S., Fredlund, E., Magnusson, 

K., Nilsson, H., Malyukova, A., Rantala, J., et al. (2013). CDK-mediated activation of the 

SCFFBXO28 ubiquitin ligase promotes MYC-driven transcription and tumourigenesis and 

predicts poor survival in breast cancer. Embo Mol Med 5, 1067-1086. 

Chang, F., Steelman, L.S., Lee, J.T., Shelton, J.G., Navolanic, P.M., Blalock, W.L., Franklin, 

R.A., and McCubrey, J.A. (2003). Signal transduction mediated by the Ras/Raf/MEK/ERK 

pathway from cytokine receptors to transcription factors: potential targeting for therapeutic 



 

76 

intervention. Leukemia 17, 1263-1293. 

 

Chanthery, Y.H., Gustafson, W.C., Itsara, M., Persson, A., Hackett, C.S., Grimmer, M., 

Charron, E., Yakovenko, S., Kim, G., Matthay, K.K., et al. (2012). Paracrine signaling 

through MYCN enhances tumor-vascular interactions in neuroblastoma. Sci Transl Med 4, 

113-115. 

Chapman, J.R., and Jackson, S.P. (2008). Phospho-dependent interactions between NBS1 and 

MDC1 mediate chromatin retention of the MRN complex at sites of DNA damage. EMBO Rep 

9, 795-801. 

Chen, X., Xu, H., Yuan, P., Fang, F., Huss, M., Vega, V.B., Wong, E., Orlov, Y.L., Zhang, W., 

Jiang, J., et al. (2008). Integration of external signaling pathways with the core transcriptional 

network in embryonic stem cells. Cell 133, 1106-1117. 

Cheng, Q., and Chen, J. (2010). Mechanism of p53 stabilization by ATM after DNA damage. 

Cell Cycle 9, 472-478. 

Cheng, S.W., Davies, K.P., Yung, E., Beltran, R.J., Yu, J., and Kalpana, G.V. (1999). c-MYC 

interacts with INI1/hSNF5 and requires the SWI/SNF complex for transactivation function. 

Nat Genet 22, 102-105. 

Chesler, L., Schlieve, C., Goldenberg, D.D., Kenney, A., Kim, G., McMillan, A., Matthay, 

K.K., Rowitch, D., and Weiss, W.A.Chial, H. (2008). Proto-oncogenes to oncogenes to cancer. 

Nature Education 1, 33. 

Chesler, L., Schlieve, C., Goldenberg, D.D., Kenney, A., Kim, G., McMillan, A., Matthay, 

K.K., Rowitch, D., and Weiss, W.A. (2006). Inhibition of phosphatidylinositol 3-kinase 

destabilizes Mycn protein and blocks malignant progression in neuroblastoma. Cancer Res 66, 

8139-8146. 

Chiang, Y.C., Teng, S.C., Su, Y.N., Hsieh, F.J., and Wu, K.J. (2003). c-Myc directly regulates 

the transcription of the NBS1 gene involved in DNA double-strand break repair. J Biol Chem 

278, 19286-19291. 

Choi, S.H., Mahankali, M., Lee, S.J., Hull, M., Petrassi, H.M., Chatterjee, A.K., Schultz, P.G., 

Jones, K.A., and Shen, W. (2017). Targeted Disruption of Myc-Max Oncoprotein Complex by 

a Small Molecule. ACS Chem Biol 12, 2715-2719. 

Chong, H., Lee, J., and Guan, K.L. (2001). Positive and negative regulation of Raf kinase 

activity and function by phosphorylation. Embo j 20, 3716-3727. 

Ciccia, A., and Elledge, S.J. (2010). The DNA damage response: making it safe to play with 

knives. Mol Cell 40, 179-204. 

Claassen, G.F., and Hann, S.R. (2000). A role for transcriptional repression of p21CIP1 by c-

Myc in overcoming transforming growth factor beta -induced cell-cycle arrest. Proc Natl Acad 

Sci U S A 97, 9498-9503. 

Clausen, D.M., Guo, J., Parise, R.A., Beumer, J.H., Egorin, M.J., Lazo, J.S., Prochownik, E.V., 

and Eiseman, J.L. (2010). In vitro cytotoxicity and in vivo efficacy, pharmacokinetics, and 

metabolism of 10074-G5, a novel small-molecule inhibitor of c-Myc/Max dimerization. J 

Pharmacol Exp Ther 335, 715-727. 

Cole, K.A., Huggins, J., Laquaglia, M., Hulderman, C.E., Russell, M.R., Bosse, K., Diskin, 

S.J., Attiyeh, E.F., Sennett, R., Norris, G., et al. (2011). RNAi screen of the protein kinome 

identifies checkpoint kinase 1 (CHK1) as a therapeutic target in neuroblastoma. Proc Natl Acad 

Sci U S A 108, 3336-3341. 



 

 77 

Collado, M., Blasco, M.A., and Serrano, M. (2007). Cellular senescence in cancer and aging. 

Cell 130, 223-233. 

Collins, S., and Groudine, M. (1982). Amplification of endogenous myc-related DNA 

sequences in a human myeloid leukaemia cell line. Nature 298, 679-681. 

Conacci-Sorrell, M., McFerrin, L., and Eisenman, R.N. (2014). An overview of MYC and its 

interactome. Cold Spring Harb Perspect Med 4, a014357. 

Coppe, J.P., Desprez, P.Y., Krtolica, A., and Campisi, J. (2010). The senescence-associated 

secretory phenotype: the dark side of tumor suppression. Annu Rev Pathol 5, 99-118. 

Cowling, V.H., Chandriani, S., Whitfield, M.L., and Cole, M.D. (2006). A conserved Myc 

protein domain, MBIV, regulates DNA binding, apoptosis, transformation, and G2 arrest. Mol 

Cell Biol 26, 4226-4239. 

Cowling, V.H., and Cole, M.D. (2006). Mechanism of transcriptional activation by the Myc 

oncoproteins. Semin Cancer Biol 16, 242-252. 

Dang, C.V. (2010). Rethinking the Warburg effect with Myc micromanaging glutamine 

metabolism. Cancer Res 70, 859-862. 

Dang, C.V., and Kim, J.W. (2018). Convergence of Cancer Metabolism and Immunity: an 

Overview. Biomolecules & therapeutics 26, 4-9. 

Dang, C.V., Le, A., and Gao, P. (2009). MYC-induced cancer cell energy metabolism and 

therapeutic opportunities. Clin Cancer Res 15, 6479-6483. 

Datta, A., Nag, A., and Raychaudhuri, P. (2003). Differential Regulation of E2F1, DP1, and 

the E2F1/DP1 Complex by ARF. Mol Cell Biol 23, 3374. 

Davis, R.J. (2000). Signal transduction by the JNK group of MAP kinases. Cell 103, 239-252. 

de Jager, M., van Noort, J., van Gent, D.C., Dekker, C., Kanaar, R., and Wyman, C. (2001). 

Human Rad50/Mre11 is a flexible complex that can tether DNA ends. Mol Cell 8, 1129-1135. 

de Visser, K.E., Eichten, A., and Coussens, L.M. (2006). Paradoxical roles of the immune 

system during cancer development. Nat Rev Cancer 6, 24-37. 

Debacq-Chainiaux, F., Erusalimsky, J.D., Campisi, J., and Toussaint, O. (2009). Protocols to 

detect senescence-associated beta-galactosidase (SA-betagal) activity, a biomarker of 

senescent cells in culture and in vivo. Nat Protoc 4, 1798-1806. 

Delmore, J.E., Issa, G.C., Lemieux, M.E., Rahl, P.B., Shi, J., Jacobs, H.M., Kastritis, E., 

Gilpatrick, T., Paranal, R.M., Qi, J., et al. (2011). BET bromodomain inhibition as a therapeutic 

strategy to target c-Myc. Cell 146, 904-917. 

Deng, K., Guo, X., Wang, H., and Xia, J. (2014). The lncRNA-MYC regulatory network in 

cancer. Tumour biology: the journal of the International Society for Oncodevelopmental 

Biology and Medicine 35, 9497-9503. 

Denis, G.V., McComb, M.E., Faller, D.V., Sinha, A., Romesser, P.B., and Costello, C.E. 

(2006). Identification of transcription complexes that contain the double bromodomain protein 

Brd2 and chromatin remodeling machines. Journal of proteome research 5, 502-511. 

DePinho, R., Mitsock, L., Hatton, K., Ferrier, P., Zimmerman, K., Legouy, E., Tesfaye, A., 

Collum, R., Yancopoulos, G., Nisen, P., et al. (1987). Myc family of cellular oncogenes. J Cell 

Biochem 33, 257-266. 



 

78 

Depinho, R.A., Hatton, K., Ferrier, P., Zimmerman, K., Legouy, E., Tesfaye, A., Collum, R., 

Yancopoulos, G., Nisen, P., and Alt, F. (1986). Myc family genes: a dispersed multi-gene 

family. Annals of clinical research 18, 284-289. 

Devaiah, B.N., and Singer, D.S. (2013). Two faces of brd4: mitotic bookmark and 

transcriptional lynchpin. Transcription 4, 13-17. 

Dick, F.A., and Rubin, S.M. (2013). Molecular mechanisms underlying RB protein function. 

Nat Rev Mol Cell Biol 14, 297-306. 

Dombret, H., Preudhomme, C., Berthon, C., Raffoux, E., Thomas, X., Vey, N., Gomez-Roca, 

C., Ethell, M., Yee, K., Bourdel, F., et al. (2014). A Phase 1 Study of the BET-Bromodomain 

Inhibitor OTX015 in Patients with Advanced Acute Leukemia. Blood 124, 117. 

Doroshow, D.B., Eder, J.P., and LoRusso, P.M. (2017). BET inhibitors: a novel epigenetic 

approach. Annals of oncology: official journal of the European Society for Medical Oncology 

28, 1776-1787. 

Duffy, D.J., Krstic, A., Schwarzl, T., Higgins, D.G., and Kolch, W. (2014). GSK3 inhibitors 

regulate MYCN mRNA levels and reduce neuroblastoma cell viability through multiple 

mechanisms, including p53 and Wnt signaling. Mol Cancer Ther 13, 454-467. 

Dunn, G.P., Bruce, A.T., Ikeda, H., Old, L.J., and Schreiber, R.D. (2002). Cancer 

immunoediting: from immunosurveillance to tumor escape. Nature immunology 3, 991-998. 

Dworakowska, D., Wlodek, E., Leontiou, C.A., Igreja, S., Cakir, M., Teng, M., Prodromou, 

N., Goth, M.I., Grozinsky-Glasberg, S., Gueorguiev, M., et al. (2009). Activation of 

RAF/MEK/ERK and PI3K/AKT/mTOR pathways in pituitary adenomas and their effects on 

downstream effectors. Endocrine-related cancer 16, 1329-1338. 

Eischen, C.M., Packham, G., Nip, J., Fee, B.E., Hiebert, S.W., Zambetti, G.P., and Cleveland, 

J.L. (2001). Bcl-2 is an apoptotic target suppressed by both c-Myc and E2F-1. Oncogene 20, 

6983-6993. 

Eischen, C.M., Woo, D., Roussel, M.F., and Cleveland, J.L.Ellwood-Yen, K., Graeber, T.G., 

Wongvipat, J., Iruela-Arispe, M.L., Zhang, J., Matusik, R., Thomas, G.V., and Sawyers, C.L. 

(2003). Myc-driven murine prostate cancer shares molecular features with human prostate 

tumors. Cancer Cell 4, 223-238. 

Elmore, S. (2007). Apoptosis: a review of programmed cell death. Toxicol Pathol 35, 495-

516.Falck, J., Coates, J., and Jackson, S.P. (2005). Conserved modes of recruitment of ATM, 

ATR and DNA-PKcs to sites of DNA damage. Nature 434, 605-611. 

Engelman, J.A., Luo, J., and Cantley, L.C. (2006). The evolution of phosphatidylinositol 3-

kinases as regulators of growth and metabolism. Nat Rev Genet 7, 606-619. 

Farrell, A.S., and Sears, R.C. (2014). MYC degradation. Cold Spring Harb Perspect Med 4. 

Felsher, D.W. (2008). Tumor dormancy and oncogene addiction. APMIS 116, 629-637. 

Felsher, D.W.Ferrara, N., Gerber, H.P., and LeCouter, J. (2003). The biology of VEGF and its 

receptors. Nat Med 9, 669-676. 

Fernald, K., and Kurokawa, M. (2013). Evading apoptosis in cancer. Trends in cell biology 23, 

620-633. 

Filippakopoulos, P., Qi, J., Picaud, S., Shen, Y., Smith, W.B., Fedorov, O., Morse, E.M., 

Keates, T., Hickman, T.T., Felletar, I., et al. (2010). Selective inhibition of BET 

bromodomains. Nature 468, 1067-1073. 



 

 79 

Fletcher, J.A., Kozakewich, H.P., Pavelka, K., Grier, H.E., Shamberger, R.C., Korf, B., and 

Morton, C.C. (1991). Consistent cytogenetic aberrations in hepatoblastoma: a common 

pathway of genetic alterations in embryonal liver and skeletal muscle malignancies? Genes 

Chromosomes Cancer 3, 37-43. 

Fletcher, S., and Prochownik, E.V. (2015). Small-molecule inhibitors of the Myc oncoprotein. 

Biochim Biophys Acta 1849, 525-543.  

Flusberg, D.A., Rizvi, N.F., Kutilek, V., Andrews, C., Saradjian, P., Chamberlin, C., Curran, 

P., Swalm, B., Kattar, S., Smith, G.F., et al. (2019). Identification of G-Quadruplex-Binding 

Inhibitors of Myc Expression through Affinity Selection-Mass Spectrometry. SLAS discovery : 

advancing life sciences R & D 24, 142-157. 

Follis, A.V., Hammoudeh, D.I., Wang, H., Prochownik, E.V., and Metallo, S.J. (2008). 

Structural rationale for the coupled binding and unfolding of the c-Myc oncoprotein by small 

molecules. Chem Biol 15, 1149-1155. 

Fritsche, M., Haessler, C., and Brandner, G. (1993). Induction of nuclear accumulation of the 

tumor-suppressor protein p53 by DNA-damaging agents. Oncogene 8, 307-318. 

Fu, L.L., Tian, M., Li, X., Li, J.J., Huang, J., Ouyang, L., Zhang, Y., and Liu, B. (2015). 

Inhibition of BET bromodomains as a therapeutic strategy for cancer drug discovery. 

Oncotarget 6, 5501-5516. 

Fulda, S., and Debatin, K.M. Extrinsic versus intrinsic apoptosis pathways in anticancer 

chemotherapy.Galardi, S., Savino, M., Scagnoli, F., Pellegatta, S., Pisati, F., Zambelli, F., Illi, 

B., Annibali, D., Beji, S., Orecchini, E., et al. (2016). Resetting cancer stem cell regulatory 

nodes upon MYC inhibition. EMBO Rep 17, 1872-1889. 

Gannon, H.S., Woda, B.A., and Jones, S.N. (2012). ATM phosphorylation of Mdm2 Ser394 

regulates the amplitude and duration of the DNA damage response in mice. Cancer Cell 21, 

668-679. 

Gao, P., Zhang, H., Dinavahi, R., Li, F., Xiang, Y., Raman, V., Bhujwalla, Z.M., Felsher, D.W., 

Cheng, L., Pevsner, J., et al. (2007). HIF-dependent antitumorigenic effect of antioxidants in 

vivo. Cancer Cell 12, 230-238. 

Gasperi-Campani, A., Roncuzzi, L., Ricotti, L., Lenzi, L., Gruppioni, R., Sensi, A., Zini, N., 

Zoli, W., and Amadori, D. (1998). Molecular and biological features of two new human 

squamous and adenocarcinoma of the lung cell lines. Cancer genetics and cytogenetics 107, 

11-20. 

Gell, D., and Jackson, S.P. (1999). Mapping of protein-protein interactions within the DNA-

dependent protein kinase complex. Nucleic Acids Res 27, 3494-3502. 

George, J., Lim, J.S., Jang, S.J., Cun, Y., Ozretic, L., Kong, G., Leenders, F., Lu, X., 

Fernandez-Cuesta, L., Bosco, G., et al. (2015). Comprehensive genomic profiles of small cell 

lung cancer. Nature 524, 47-53. 

Gorgoulis, V.G., and Kotsinas, A. (2019). Cura"x"ing Cancer and Beyond. BioEssays : news 

and reviews in molecular, cellular and developmental biology 41, e1800223. 

Gorgoulis, V.G., Pefani, D.-E., Pateras, I.S., and Trougakos, I.P.Gorgoulis, V.G., Vassiliou, 

L.V., Karakaidos, P., Zacharatos, P., Kotsinas, A., Liloglou, T., Venere, M., Ditullio, R.A., Jr., 

Kastrinakis, N.G., Levy, B., et al. (2005). Activation of the DNA damage checkpoint and 

genomic instability in human precancerous lesions. Nature 434, 907-913. 



 

80 

Grandori, C., Cowley, S.M., James, L.P., and Eisenman, R.N. (2000). The Myc/Max/Mad 

network and the transcriptional control of cell behavior. Annu Rev Cell Dev Biol 16, 653-699. 

Grivennikov, S.I., Greten, F.R., and Karin, M. (2010). Immunity, inflammation, and cancer. 

Cell 140, 883-899. 

Grivennikov, S.I., and Karin, M. (2010). Inflammation and oncogenesis: a vicious connection. 

Curr Opin Genet Dev 20, 65-71. 

Gargano, B., Amente, S., Majello, B., and Lania, L. (2007). P-TEFb is a crucial co-factor for 

Myc transactivation. Cell Cycle 6, 2031-2037. 

Gunes, C., and Rudolph, K.L. (2013). The role of telomeres in stem cells and cancer. Cell 152, 

390-393.Gustafson, W.C., and Weiss, W.A. Myc proteins as therapeutic targets. 

Gustafson, W.C., Meyerowitz, J.G., Nekritz, E.A., Chen, J., Benes, C., Charron, E., Simonds, 

E.F., Seeger, R., Matthay, K.K., Hertz, N.T., et al. (2014). Drugging MYCN through an 

allosteric transition in Aurora kinase A. Cancer Cell 26, 414-427. 

Gustafson, W.C., and Weiss, W.A. (2010). Myc proteins as therapeutic targets. Oncogene 29, 

1249-1259. 

Hanahan, D., and Weinberg, R.A. (2000). The hallmarks of cancer. Cell 100, 57-70.Hanahan, 

D., and Weinberg, R.A. (2011). Hallmarks of cancer: the next generation. Cell 144, 646-674. 

Hanakahi, L.A., and West, S.C. (2002). Specific interaction of IP6 with human Ku70/80, the 

DNA-binding subunit of DNA-PK. Embo j 21, 2038-2044. 

Harper, J.W., and Elledge, S.J. (2007). The DNA damage response: ten years after. Mol Cell 

28, 739-745. 

Harper, J.W., Elledge, S.J., Keyomarsi, K., Dynlacht, B., Tsai, L.H., Zhang, P., Dobrowolski, 

S., Bai, C., Connell-Crowley, L., Swindell, E., et al. (1995). Inhibition of cyclin-dependent 

kinases by p21. Mol Biol Cell 6, 387-400. 

Hartwell, L.H., and Kastan, M.B. (1994). Cell cycle control and cancer. Science 266, 1821-

1828. 

Harvey, J.J. (1964). An unidentified virus which causes the rapid production of tumor in mice. 

Nature 204, 1104-1105. 

Hay, N. (2016). Reprogramming glucose metabolism in cancer: can it be exploited for cancer 

therapy? Nat Rev Cancer 16, 635-649. 

Hemann, M.T., Bric, A., Teruya-Feldstein, J., Herbst, A., Nilsson, J.A., Cordon-Cardo, C., 

Cleveland, J.L., Tansey, W.P., and Lowe, S.W. (2005). Evasion of the p53 tumour surveillance 

network by tumour-derived MYC mutants. Nature 436, 807-811. 

Herbst, A., Hemann, M.T., Tworkowski, K.A., Salghetti, S.E., Lowe, S.W., and Tansey, W.P. 

(2005). A conserved element in Myc that negatively regulates its proapoptotic activity. EMBO 

Rep 6, 177-183. 

Hirao, A., Kong, Y.Y., Matsuoka, S., Wakeham, A., Ruland, J., Yoshida, H., Liu, D., Elledge, 

S.J., and Mak, T.W. (2000). DNA damage-induced activation of p53 by the checkpoint kinase 

Chk2. Science 287, 1824-1827. 

 



 

 81 

Hogstrand, K., Hejll, E., Sander, B., Rozell, B., Larsson, L.G., and Grandien, A. (2012). 

Inhibition of the intrinsic but not the extrinsic apoptosis pathway accelerates and drives MYC-

driven tumorigenesis towards acute myeloid leukemia. PLoS One 7, e31366. 4299  

Horiuchi, D., Anderton, B., and Goga, A. (2014). Taking on challenging targets: making MYC 

druggable. American Society of Clinical Oncology educational book American Society of 

Clinical Oncology Annual Meeting, e497-502. 

Hotchkiss, R.S., Strasser, A., McDunn, J.E., and Swanson, P.E. (2009). Cell death. N Engl J 

Med 361, 1570-1583. 

Hsieh, A.L., Walton, Z.E., Altman, B.J., Stine, Z.E., and Dang, C.V. (2015). MYC and 

metabolism on the path to cancer. Semin Cell Dev Biol 43, 11-21. 

Hu, J., Banerjee, A., and Goss, D.J. (2005). Assembly of b/HLH/z proteins c-Myc, Max, and 

Mad1 with cognate DNA: importance of protein-protein and protein-DNA interactions. 

Biochemistry 44, 11855-11863. 

Hydbring, P., Bahram, F., Su, Y., Tronnersjo, S., Hogstrand, K., von der Lehr, N., Sharifi, H.R., 

Lilischkis, R., Hein, N., Wu, S., et al. (2010). Phosphorylation by Cdk2 is required for Myc to 

repress Ras-induced senescence in cotransformation. Proc Natl Acad Sci U S A 107, 58-63. 

Hydbring, P., Castell, A., and Larsson, L.G. (2017). MYC Modulation around the 

CDK2/p27/SKP2 Axis. Genes (Basel) 8. 

Hydbring, P., and Larsson, L.G. (2010). Tipping the balance: Cdk2 enables Myc to suppress 

senescence. Cancer Res 70, 6687-6691. 

Ikura, T., Ogryzko, V.V., Grigoriev, M., Groisman, R., Wang, J., Horikoshi, M., Scully, R., 

Qin, J., and Nakatani, Y. (2000). Involvement of the TIP60 histone acetylase complex in DNA 

repair and apoptosis. Cell 102, 463-473. 

Indovina, P., Marcelli, E., Casini, N., Rizzo, V., and Giordano, A. (2013). Emerging roles of 

RB family: new defense mechanisms against tumor progression. J Cell Physiol 228, 525-535. 

Ingvarsson, S. (1990). The myc gene family proteins and their role in transformation and 

differentiation. Semin Cancer Biol 1, 359-369. 

Jackson, S.P. (2009). The DNA-damage response: new molecular insights and new approaches 

to cancer therapy. Biochemical Society transactions 37, 483-494. 

Jackson, S.P., and Bartek, J. (2009). The DNA-damage response in human biology and disease. 

Nature 461, 1071-1078. 

Jamal, A., Swarnalatha, M., Sultana, S., Joshi, P., Panda, S.K., and Kumar, V. (2015). The G1 

phase E3 ubiquitin ligase TRUSS that gets deregulated in human cancers is a novel substrate 

of the S-phase E3 ubiquitin ligase Skp2. Cell Cycle 14, 2688-2700. 

Jeong, K.C., Ahn, K.O., and Yang, C.H. (2010). Small-molecule inhibitors of c-Myc 

transcriptional factor suppress proliferation and induce apoptosis of promyelocytic leukemia 

cell via cell cycle arrest. Molecular bioSystems 6, 1503-1509. 

Jeong, S.Y., Gaume, B., Lee, Y.J., Hsu, Y.T., Ryu, S.W., Yoon, S.H., and Youle, R.J. (2004). 

Bcl-x(L) sequesters its C-terminal membrane anchor in soluble, cytosolic homodimers. Embo 

j 23, 2146-2155. 

Jerabek-Willemsen, M., André, T., Wanner, R., Roth, H.M., Duhr, S., Baaske, P., and 

Breitsprecher, D. (2014). MicroScale Thermophoresis: Interaction analysis and beyond. 

Journal of Molecular Structure 1077, 101-113. 



 

82 

Jiang, H., Bower, K.E., Beuscher, A.E.t., Zhou, B., Bobkov, A.A., Olson, A.J., and Vogt, 

P.K.Jiang, Y.W., Veschambre, P., Erdjument-Bromage, H., Tempst, P., Conaway, J.W., 

Conaway, R.C., and Kornberg, R.D. (1998). Mammalian mediator of transcriptional regulation 

and its possible role as an end-point of signal transduction pathways. Proc Natl Acad Sci U S 

A 95, 8538-8543. 

Julien, L.A., Carriere, A., Moreau, J., and Roux, P.P. (2010). mTORC1-activated S6K1 

phosphorylates Rictor on threonine 1135 and regulates mTORC2 signaling. Mol Cell Biol 30, 

908-921. 

Jung, L.A., Gebhardt, A., Koelmel, W., Ade, C.P., Walz, S., Kuper, J., von Eyss, B., Letschert, 

S., Redel, C., d'Artista, L., et al. (2017a). Omomyc blunts promoter invasion by oncogenic 

MYC to inhibit gene expression characteristic of MYC-dependent tumors. Oncogene 36, 1911-

1924. 

Jung, M., Russell, A.J., Liu, B., George, J., Liu, P.Y., Liu, T., DeFazio, A., Bowtell, D.D., 

Oberthuer, A., London, W.B., et al. (2017b). A Myc Activity Signature Predicts Poor Clinical 

Outcomes in Myc-Associated Cancers. Cancer Res 77, 971-981. 

Jung, K.Y., Wang, H., Teriete, P., Yap, J.L., Chen, L., Lanning, M.E., Hu, A., Lambert, L.J., 

Holien, T., Sundan, A., et al. (2015). Perturbation of the c-Myc-Max protein-protein interaction 

via synthetic alpha-helix mimetics. J Med Chem 58, 3002-3024. 

Kaelin, W.G., Jr., and Ratcliffe, P.J. (2008). Oxygen sensing by metazoans: the central role of 

the HIF hydroxylase pathway. Mol Cell 30, 393-402. 

Kang, J., Bronson, R.T., and Xu, Y. (2002). Targeted disruption of NBS1 reveals its roles in 

mouse development and DNA repair. Embo j 21, 1447-1455. 

Karin, M., Cao, Y., Greten, F.R., and Li, Z.W. (2002). NF-kappaB in cancer: from innocent 

bystander to major culprit. Nat Rev Cancer 2, 301-310. 

Karlsson, A., Deb-Basu, D., Cherry, A., Turner, S., Ford, J., and Felsher, D.W. (2003). 

Defective double-strand DNA break repair and chromosomal translocations by MYC 

overexpression. Proc Natl Acad Sci U S A 100, 9974-9979. 

Kastan, M.B., Onyekwere, O., Sidransky, D., Vogelstein, B., and Craig, R.W. (1991). 

Participation of p53 protein in the cellular response to DNA damage. Cancer Res 51, 6304-

6311. 

Kastenhuber, E.R., and Lowe, S.W. (2017). Putting p53 in Context. Cell 170, 1062-1078. 

Kenney, A.M., Cole, M.D., and Rowitch, D.H. (2003). Nmyc upregulation by sonic hedgehog 

signaling promotes proliferation in developing cerebellar granule neuron precursors. 

Development 130, 15-28. 

Kenney, A.M., Widlund, H.R., and Rowitch, D.H. (2004). Hedgehog and PI-3 kinase signaling 

converge on Nmyc1 to promote cell cycle progression in cerebellar neuronal precursors. 

Development 131, 217-228.  

Kiessling, A., Sperl, B., Hollis, A., Eick, D., and Berg, T. (2006). Selective inhibition of c-

Myc/Max dimerization and DNA binding by small molecules. Chem Biol 13, 745-751. 

Kiessling, A., Wiesinger, R., Sperl, B., and Berg, T. (2007). Selective inhibition of c-Myc/Max 

dimerization by a pyrazolo[1,5-a]pyrimidine. ChemMedChem 2, 627-630. 

Kim, K.M., Noh, J.H., Bodogai, M., Martindale, J.L., Pandey, P.R., Yang, X., Biragyn, A., 

Abdelmohsen, K., and Gorospe, M. (2018). SCAMP4 enhances the senescent cell secretome. 

Genes Dev 32, 909-914. 



 

 83 

Koch, H.B., Zhang, R., Verdoodt, B., Bailey, A., Zhang, C.D., Yates, J.R., 3rd, Menssen, A., 

and Hermeking, H. (2007). Large-scale identification of c-MYC-associated proteins using a 

combined TAP/MudPIT approach. Cell Cycle 6, 205-217. 

Koepp, D.M., Schaefer, L.K., Ye, X., Keyomarsi, K., Chu, C., Harper, J.W., and Elledge, S.J. 

(2001). Phosphorylation-dependent ubiquitination of cyclin E by the SCFFbw7 ubiquitin 

ligase. Science 294, 173-177. 

Koff, J.L., Ramachandiran, S., and Bernal-Mizrachi, L. (2015). A time to kill: targeting 

apoptosis in cancer. International journal of molecular sciences 16, 2942-2955. 

Kohl, N.E., Kanda, N., Schreck, R.R., Bruns, G., Latt, S.A., Gilbert, F., and Alt, F.W. (1983). 

Transposition and amplification of oncogene-related sequences in human neuroblastomas. Cell 

35, 359-367. 

Krishnamurti, U., and Silverman, J.F. (2014). HER2 in breast cancer: a review and update. 

Advances in anatomic pathology 21, 100-107. 

Kress, T.R., Sabo, A., and Amati, B. (2015). MYC: connecting selective transcriptional control 

to global RNA production. Nat Rev Cancer 15, 593-607. 

Kuilman, T., Michaloglou, C., Mooi, W.J., and Peeper, D.S. (2010). The essence of senescence. 

Genes Dev 24, 2463-2479. 

Kuilman, T., and Peeper, D.S. (2009). Senescence-messaging secretome: SMS-ing cellular 

stress. Nat Rev Cancer 9, 81-94. 

Kurland, J.F., and Tansey, W.P. (2008). Myc-mediated transcriptional repression by 

recruitment of histone deacetylase. Cancer Res 68, 3624-3629. 

Lakin, N.D., and Jackson, S.P. (1999). Regulation of p53 in response to DNA damage. 

Oncogene 18, 7644. 

Lane, D.P. (1992). Cancer. p53, guardian of the genome. Nature 358, 15-16. 

Lavin, M.F. (2007). ATM and the Mre11 complex combine to recognize and signal DNA 

double-strand breaks. Oncogene 26, 7749-7758. 

Leanna Cheung, J.E.M., Michelle Haber and Murray D. Norris). (2013). The MYCN 

Oncogene, Oncogene and Cancer - From Bench to Clinic. Yahwardiah Siregar, IntechOpen,. 

Lee, J.H., and Paull, T.T. (2007). Activation and regulation of ATM kinase activity in response 

to DNA double-strand breaks. Oncogene 26, 7741-7748. 

Lee, J.K., Phillips, J.W., Smith, B.A., Park, J.W., Stoyanova, T., McCaffrey, E.F., Baertsch, 

R., Sokolov, A., Meyerowitz, J.G., Mathis, C., et al. (2016). N-Myc Drives Neuroendocrine 

Prostate Cancer Initiated from Human Prostate Epithelial Cells. Cancer Cell 29, 536-547. 

Lee, W.H., Murphree, A.L., and Benedict, W.F. (1984). Expression and amplification of the 

N-myc gene in primary retinoblastoma. Nature 309, 458-460. 

Leone, G., DeGregori, J., Sears, R., Jakoi, L., and Nevins, J.R. (1997). Myc and Ras collaborate 

in inducing accumulation of active cyclin E/Cdk2 and E2F. Nature 387, 422-426. 

LeRoy, G., Rickards, B., and Flint, S.J. (2008). The double bromodomain proteins Brd2 and 

Brd3 couple histone acetylation to transcription. Mol Cell 30, 51-60. 

Levens, D. (2013). Cellular MYCro economics: Balancing MYC function with MYC 

expression. Cold Spring Harb Perspect Med 3. 



 

84 

Lewin, J., Soria, J.C., Stathis, A., Delord, J.P., Peters, S., Awada, A., Aftimos, P.G., Bekradda, 

M., Rezai, K., Zeng, Z., et al. (2018). Phase Ib Trial With Birabresib, a Small-Molecule 

Inhibitor of Bromodomain and Extraterminal Proteins, in Patients With Selected Advanced 

Solid Tumors. J Clin Oncol, Jco2018782292. 

Li, X., and Heyer, W.D. (2008). Homologous recombination in DNA repair and DNA damage 

tolerance. Cell research 18, 99-113. 

Liang, J., Wang, W., Wei, L., Gao, S., and Wang, Y. (2018). Oridonin inhibits growth and 

induces apoptosis of human neurocytoma cells via the Wnt/beta-catenin pathway. Oncology 

letters 16, 3333-3340. 

Lin, C.Y., Loven, J., Rahl, P.B., Paranal, R.M., Burge, C.B., Bradner, J.E., Lee, T.I., and 

Young, R.A. (2012). Transcriptional amplification in tumor cells with elevated c-Myc. Cell 

151, 56-67. 

Liu, J., and Levens, D. (2006). Making myc. Curr Top Microbiol Immunol 302, 1-32. 

Liu, X., Tesfai, J., Evrard, Y.A., Dent, S.Y., and Martinez, E. (2003). c-Myc transformation 

domain recruits the human STAGA complex and requires TRRAP and GCN5 acetylase 

activity for transcription activation. J Biol Chem 278, 20405-20412. 

Lo, H.W., Hsu, S.C., and Hung, M.C. (2006). EGFR signaling pathway in breast cancers: from 

traditional signal transduction to direct nuclear translocalization. Breast cancer research and 

treatment 95, 211-218. 

Lopez, J., and Tait, S.W. (2015). Mitochondrial apoptosis: killing cancer using the enemy 

within. Br J Cancer 112, 957-962. 

Luo, Z., Tzivion, G., Belshaw, P.J., Vavvas, D., Marshall, M., and Avruch, J. (1996). 

Oligomerization activates c-Raf-1 through a Ras-dependent mechanism. Nature 383, 181-185. 

Luoto, K.R., Meng, A.X., Wasylishen, A.R., Zhao, H., Coackley, C.L., Penn, L.Z., and 

Bristow, R.G. (2010). Tumor cell kill by c-MYC depletion: role of MYC-regulated genes that 

control DNA double-strand break repair. Cancer Res 70, 8748-8759. 

Lynch, M., Fitzgerald, C., Johnston, K.A., Wang, S., and Schmidt, E.V. (2004). Activated 

eIF4E-binding protein slows G1 progression and blocks transformation by c-myc without 

inhibiting cell growth. J Biol Chem 279, 3327-3339. 

Maclean, K.H., Kastan, M.B., and Cleveland, J.L. (2007). Atm deficiency affects both 

apoptosis and proliferation to augment Myc-induced lymphomagenesis. Mol Cancer Res 5, 

705-711. 

Malaquin, N., Martinez, A., and Rodier, F. (2016). Keeping the senescence secretome under 

control: Molecular reins on the senescence-associated secretory phenotype. Experimental 

gerontology 82, 39-49. 

Malmberg, K.J. (2004). Effective immunotherapy against cancer: a question of overcoming 

immune suppression and immune escape? Cancer immunology, immunotherapy : CII 53, 879-

892. 

Maltzman, W., and Czyzyk, L. (1984). UV irradiation stimulates levels of p53 cellular tumor 

antigen in nontransformed mouse cells. Mol Cell Biol 4, 1689-1694. 

Malumbres, M., and Barbacid, M. (2003). RAS oncogenes: the first 30 years. Nat Rev Cancer 

3, 459-465. 



 

 85 

Manning, A.L., and Dyson, N.J. (2011). pRB, a tumor suppressor with a stabilizing presence. 

Trends Cell Biol 21, 433-441. 

Mamane, Y., Petroulakis, E., LeBacquer, O., and Sonenberg, N. (2006). mTOR, translation 

initiation and cancer. Oncogene 25, 6416-6422.Proud, C.G. (2009). mTORC1 signalling and 

mRNA translation. Biochemical Society transactions 37, 227-231. 

Manning, B.D., Tee, A.R., Logsdon, M.N., Blenis, J., and Cantley, L.C. (2002). Identification 

of the tuberous sclerosis complex-2 tumor suppressor gene product tuberin as a target of the 

phosphoinositide 3-kinase/akt pathway. Mol Cell 10, 151-162.enp2052  

Massague, J., and Obenauf, A.C. (2016). Metastatic colonization by circulating tumour cells. 

Nature 529, 298-306. 

Mateyak, M.K., Obaya, A.J., Adachi, S., and Sedivy, J.M. (1997). Phenotypes of c-Myc-

deficient rat fibroblasts isolated by targeted homologous recombination. Cell Growth Differ 8, 

1039-1048. 

Maya, R., Balass, M., Kim, S.T., Shkedy, D., Leal, J.F., Shifman, O., Moas, M., Buschmann, 

T., Ronai, Z., Shiloh, Y., et al. (2001). ATM-dependent phosphorylation of Mdm2 on serine 

395: role in p53 activation by DNA damage. Genes Dev 15, 1067-1077. 

McMahon, S.B., Van Buskirk, H.A., Dugan, K.A., Copeland, T.D., and Cole, M.D. (1998). 

The novel ATM-related protein TRRAP is an essential cofactor for the c-Myc and E2F 

oncoproteins. Cell 94, 363-374. 

McMahon, S.B., Wood, M.A., and Cole, M.D. (2000). The essential cofactor TRRAP recruits 

the histone acetyltransferase hGCN5 to c-Myc. Mol Cell Biol 20, 556-562. 

McMahon, S.B. (2014). MYC and the control of apoptosis. Cold Spring Harb Perspect Med 4, 

a014407. 

Mendoza, M.C., Er, E.E., and Blenis, J. (2011). The Ras-ERK and PI3K-mTOR pathways: 

cross-talk and compensation. Trends Biochem Sci 36, 320-328. 

Mertz, J.A., Conery, A.R., Bryant, B.M., Sandy, P., Balasubramanian, S., Mele, D.A., 

Bergeron, L., and Sims, R.J., 3rd (2011). Targeting MYC dependence in cancer by inhibiting 

BET bromodomains. Proc Natl Acad Sci U S A 108, 16669-16674. 

Milella, M., Falcone, I., Conciatori, F., Cesta Incani, U., Del Curatolo, A., Inzerilli, N., Nuzzo, 

C.M., Vaccaro, V., Vari, S., Cognetti, F., et al. (2015). PTEN: Multiple Functions in Human 

Malignant Tumors. Front Oncol 5, 24. 

Mo, H., and Henriksson, M. (2006). Identification of small molecules that induce apoptosis in 

a Myc-dependent manner and inhibit Myc-driven transformation. Proc Natl Acad Sci U S A 

103, 6344-6349. 

Mo, H., Vita, M., Crespin, M., and Henriksson, M. (2006). Myc overexpression enhances 

apoptosis induced by small molecules. Cell Cycle 5, 2191-2194. 

Moasser, M.M. (2007). The oncogene HER2: its signaling and transforming functions and its 

role in human cancer pathogenesis. Oncogene 26, 6469-6487. 

Moll, U.M., and Petrenko, O. (2003). The MDM2-p53 Interaction. Molecular Cancer Research 

1, 1001. 

Moyer, M.W. (2011). First drugs found to inhibit elusive cancer target. Nat Med 17, 1325. 



 

86 

Murphree, A.L., and Benedict, W.F. (1984). Retinoblastoma: clues to human oncogenesis. 

Science 223, 1028-1033. 

Nair, S.K., and Burley, S.K. (2003). X-ray structures of Myc-Max and Mad-Max recognizing 

DNA. Molecular bases of regulation by proto-oncogenic transcription factors. Cell 112, 193-

205. 

Nakanishi, K., Taniguchi, T., Ranganathan, V., New, H.V., Moreau, L.A., Stotsky, M., 

Mathew, C.G., Kastan, M.B., Weaver, D.T., and D'Andrea, A.D. (2002). Interaction of 

FANCD2 and NBS1 in the DNA damage response. Nat Cell Biol 4, 913-920. 

Nau, M.M., Brooks, B.J., Battey, J., Sausville, E., Gazdar, A.F., Kirsch, I.R., McBride, O.W., 

Bertness, V., Hollis, G.F., and Minna, J.D. (1985). L-myc, a new myc-related gene amplified 

and expressed in human small cell lung cancer. Nature 318, 69-73. 

Nesbit, C.E., Tersak, J.M., and Prochownik, E.V. (1999). MYC oncogenes and human 

neoplastic disease. Oncogene 18, 3004-3016. 

Nie, Z., Hu, G., Wei, G., Cui, K., Yamane, A., Resch, W., Wang, R., Green, D.R., Tessarollo, 

L., Casellas, R., et al. (2012). c-Myc is a universal amplifier of expressed genes in lymphocytes 

and embryonic stem cells. Cell 151, 68-79. 

Norbury, C.J., and Hickson, I.D. (2001). Cellular responses to DNA damage. Annual review 

of pharmacology and toxicology 41, 367-401. 

O'Connor, C.M., Perl, A., Leonard, D., Sangodkar, J., and Narla, G. (2018). Therapeutic 

targeting of PP2A. Int J Biochem Cell Biol 96, 182-193. 

O’Dwyer, P.J., Piha-Paul, S.A., French, C., Harward, S., Ferron-Brady, G., Wu, Y., Barbash, 

O., Wyce, A., Annan, M., Horner, T., et al. 

Odore, E., Lokiec, F., Cvitkovic, E., Bekradda, M., Herait, P., Bourdel, F., Kahatt, C., Raffoux, 

E., Stathis, A., Thieblemont, C., et al. (2016). Phase I Population Pharmacokinetic Assessment 

of the Oral Bromodomain Inhibitor OTX015 in Patients with Haematologic Malignancies. 

Clinical pharmacokinetics 55, 397-405. 

Okubo, T., Knoepfler, P.S., Eisenman, R.N., and Hogan, B.L. (2005). Nmyc plays an essential 

role during lung development as a dosage-sensitive regulator of progenitor cell proliferation 

and differentiation. Development 132, 1363-1374. 

Oster, S.K., Ho, C.S., Soucie, E.L., and Penn, L.Z. (2002). The myc oncogene: MarvelouslY 

Complex. Adv Cancer Res 84, 81-154. 

Osthus, R.C., Shim, H., Kim, S., Li, Q., Reddy, R., Mukherjee, M., Xu, Y., Wonsey, D., Lee, 

L.A., and Dang, C.V. (2000). Deregulation of glucose transporter 1 and glycolytic gene 

expression by c-Myc. J Biol Chem 275, 21797-21800. 

Otto, T., Horn, S., Brockmann, M., Eilers, U., Schuttrumpf, L., Popov, N., Kenney, A.M., 

Schulte, J.H., Beijersbergen, R., Christiansen, H., et al. (2009). Stabilization of N-Myc Is a 

Critical Function of Aurora A in Human Neuroblastoma. Cancer Cell 15, 67-78. 

Owona, B. A., and Schluesener, H. J. (2015). Molecular Insight in the Multifunctional Effects 

of Oridonin. Drugs in R&D 15, 233-244. 

Panier, S., and Boulton, S.J. (2013). Double-strand break repair: 53BP1 comes into focus. Nat 

Rev Mol Cell Bio 15, 7. 



 

 87 

Passos, J.F., Nelson, G., Wang, C., Richter, T., Simillion, C., Proctor, C.J., Miwa, S., 

Olijslagers, S., Hallinan, J., Wipat, A., et al. (2010). Feedback between p21 and reactive oxygen 

production is necessary for cell senescence. Mol Syst Biol 6, 347. 

Patel, J.H., Loboda, A.P., Showe, M.K., Showe, L.C., and McMahon, S.B. Analysis of genomic 

targets reveals complex functions of MYC. Pavlova, N.N., and Thompson, C.B. (2016). The 

Emerging Hallmarks of Cancer Metabolism. Cell Metab 23, 27-47. 

Pawson, T., and Nash, P. (2003). Assembly of cell regulatory systems through protein 

interaction domains. Science 300, 445-452. 

Perna, D., Faga, G., Verrecchia, A., Gorski, M.M., Barozzi, I., Narang, V., Khng, J., Lim, K.C., 

Sung, W.K., Sanges, R., et al. (2012). Genome-wide mapping of Myc binding and gene 

regulation in serum-stimulated fibroblasts. Oncogene 31, 1695-1709. 

Peterlin, B.M., and Price, D.H. (2006). Controlling the elongation phase of transcription with 

P-TEFb. Mol Cell 23, 297-305. 

Petrelli, F., Tomasello, G., Barni, S., Lonati, V., Passalacqua, R., and Ghidini, M. (2017). 

Clinical and pathological characterization of HER2 mutations in human breast cancer: a 

systematic review of the literature. Breast cancer research and treatment 166, 339-349. 

Peukert, K., Staller, P., Schneider, A., Carmichael, G., Hanel, F., and Eilers, M. (1997). An 

alternative pathway for gene regulation by Myc. Embo j 16, 5672-5686. 

Podar, K., Zhang, J., Tonon, G., Grabher, C., Lababidi, S., Raab, M.S., Vallet, S., Zhou, Y.M., 

Cartron, M.A., Sattler, M., et al. (2008). C-Myc- Dependent Stabilization of Hif-1alpha in MM: 

Therapeutic Implications. Blood 112, 949-949. 

Polyak, K., Xia, Y., Zweier, J.L., Kinzler, K.W., and Vogelstein, B. (1997). A model for p53-

induced apoptosis. Nature 389, 300-305. 

Pomerantz, J., Schreiber-Agus, N., Liegeois, N.J., Silverman, A., Alland, L., Chin, L., Potes, 

J., Chen, K., Orlow, I., Lee, H.W., et al. (1998). The Ink4a tumor suppressor gene product, 

p19Arf, interacts with MDM2 and neutralizes MDM2's inhibition of p53. Cell 92, 713-723. 

Ponzielli, R., Katz, S., Barsyte-Lovejoy, D., and Penn, L.Z. (2005). Cancer therapeutics: 

targeting the dark side of Myc. Eur J Cancer 41, 2485-2501. 

Poole, C.J., and van Riggelen, J. (2017). MYC-Master Regulator of the Cancer Epigenome and 

Transcriptome. Genes (Basel) 8. 

Popov, N., Schulein, C., Jaenicke, L.A., and Eilers, M. (2010). Ubiquitylation of the amino 

terminus of Myc by SCF beta-TrCP antagonizes SCFFbw7-mediated turnover. Nat Cell Biol 

12, 973-981. 

Postel-Vinay, S., Herbschleb, K., Massard, C., Woodcock, V., Soria, J.C., Walter, A.O., 

Ewerton, F., Poelman, M., Benson, N., Ocker, M., et al. (2019). First-in-human phase I study 

of the bromodomain and extraterminal motif inhibitor BAY 1238097: emerging 

pharmacokinetic/pharmacodynamic relationship and early termination due to unexpected 

toxicity. Eur J Cancer 109, 103-110. 

Prendergast, G.C. (1999). Mechanisms of apoptosis by c-Myc. Oncogene 18, 2967-2987. 

Prouty, S.M., Hanson, K.D., Boyle, A.L., Brown, J.R., Shichiri, M., Follansbee, M.R., Kang, 

W., and Sedivy, J.M. (1993). A cell culture model system for genetic analyses of the cell cycle 

by targeted homologous recombination. Oncogene 8, 899-907. 



 

88 

Psathas, J.N., and Thomas-Tikhonenko, A. (2014). MYC and the art of microRNA 

maintenance. Cold Spring Harb Perspect Med 4. 

Puissant, A., Frumm, S.M., Alexe, G., Bassil, C.F., Qi, J., Chanthery, Y.H., Nekritz, E.A., Zeid, 

R., Gustafson, W.C., Greninger, P., et al. (2013). Targeting MYCN in neuroblastoma by BET 

bromodomain inhibition. Cancer Discov 3, 308-323. 

Pusapati, R.V., Rounbehler, R.J., Hong, S., Powers, J.T., Yan, M., Kiguchi, K., McArthur, 

M.J., Wong, P.K., and Johnson, D.G. (2006). ATM promotes apoptosis and suppresses 

tumorigenesis in response to Myc. Proc Natl Acad Sci U S A 103, 1446-1451. 

Quelle, D.E., Zindy, F., Ashmun, R.A., and Sherr, C.J. (1995). Alternative reading frames of 

the INK4a tumor suppressor gene encode two unrelated proteins capable of inducing cell cycle 

arrest. Cell 83, 993-1000.p1033 

Raffeiner, P., Rock, R., Schraffl, A., Hartl, M., Hart, J.R., Janda, K.D., Vogt, P.K., Stefan, E., 

and Bister, K. (2014). In vivo quantification and perturbation of Myc-Max interactions and the 

impact on oncogenic potential. Oncotarget 5, 8869-8878. 

Reimann, M., Loddenkemper, C., Rudolph, C., Schildhauer, I., Teichmann, B., Stein, H., 

Schlegelberger, B., Dorken, B., and Schmitt, C.A. (2007). The Myc-evoked DNA damage 

response accounts for treatment resistance in primary lymphomas in vivo. Blood 110, 2996-

3004. 

Rodier, F., Coppe, J.P., Patil, C.K., Hoeijmakers, W.A., Munoz, D.P., Raza, S.R., Freund, A., 

Campeau, E., Davalos, A.R., and Campisi, J. (2009). Persistent DNA damage signalling 

triggers senescence-associated inflammatory cytokine secretion. Nat Cell Biol 11, 973-979. 

Rouse, J., and Jackson, S.P. (2002). Interfaces between the detection, signaling, and repair of 

DNA damage. Science 297, 547-551. 

Sabo, A., Kress, T.R., Pelizzola, M., de Pretis, S., Gorski, M.M., Tesi, A., Morelli, M.J., Bora, 

P., Doni, M., Verrecchia, A., et al. (2014). Selective transcriptional regulation by Myc in 

cellular growth control and lymphomagenesis. Nature 511, 488-492. 

Saijo, K., Crotti, A., and Glass, C.K. (2010). Nuclear receptors, inflammation, and 

neurodegenerative diseases. Advances in immunology 106, 21-59. 

Sakurai, T., and Kudo, M. (2011). Signaling pathways governing tumor angiogenesis. 

Oncology 81 Suppl 1, 24-29. 

Sammak, S., Allen, M.D., Hamdani, N., Bycroft, M., and Zinzalla, G. (2018). The structure of 

INI1/hSNF5 RPT1 and its interactions with the c-MYC:MAX heterodimer provide insights 

into the interplay between MYC and the SWI/SNF chromatin remodeling complex. The FEBS 

journal 285, 4165-4180.  

Sansom, O.J., Meniel, V.S., Muncan, V., Phesse, T.J., Wilkins, J.A., Reed, K.R., Vass, J.K., 

Athineos, D., Clevers, H., and Clarke, A.R. (2007). Myc deletion rescues Apc deficiency in the 

small intestine. Nature 446, 676-679. 

Savino, M., Annibali, D., Carucci, N., Favuzzi, E., Cole, M.D., Evan, G.I., Soucek, L., and 

Nasi, S. (2011). The action mechanism of the Myc inhibitor termed Omomyc may give clues 

on how to target Myc for cancer therapy. PLoS One 6, e22284. 

Schellenberg, B., Wang, P., Keeble, J.A., Rodriguez-Enriquez, R., Walker, S., Owens, T.W., 

Foster, F., Tanianis-Hughes, J., Brennan, K., Streuli, C.H., et al. (2013). Bax exists in a 

dynamic equilibrium between the cytosol and mitochondria to control apoptotic priming. Mol 

Cell 49, 959-971. 



 

 89 

Schlessinger, J. (2002). Ligand-induced, receptor-mediated dimerization and activation of EGF 

receptor. Cell 110, 669-672. 

Schreiber, R.D., Old, L.J., and Smyth, M.J. (2011). Cancer immunoediting: integrating 

immunity's roles in cancer suppression and promotion. Science 331, 1565-1570. 

Schwab, M., Alitalo, K., Klempnauer, K.H., Varmus, H.E., Bishop, J.M., Gilbert, F., Brodeur, 

G., Goldstein, M., and Trent, J. (1983). Amplified DNA with limited homology to myc cellular 

oncogene is shared by human neuroblastoma cell lines and a neuroblastoma tumour. Nature 

305, 245-248. 

Scully, R., and Xie, A. (2013). Double strand break repair functions of histone H2AX, Vol 

750.Sears, R., Leone, G., DeGregori, J., and Nevins, J.R. (1999). Ras enhances Myc protein 

stability. Mol Cell 3, 169-179. 

Sechet, E., Telford, E., Bonamy, C., Sansonetti, P.J., and Sperandio, B. (2018). Natural 

molecules induce and synergize to boost expression of the human antimicrobial peptide beta-

defensin-3. Proc Natl Acad Sci U S A 115, E9869-e9878. 

Segura, M.F., Fontanals-Cirera, B., Gaziel-Sovran, A., Guijarro, M.V., Hanniford, D., Zhang, 

G., Gonzalez-Gomez, P., Morante, M., Jubierre, L., Zhang, W., et al. (2013). BRD4 sustains 

melanoma proliferation and represents a new target for epigenetic therapy. Cancer Res 73, 

6264-6276. 

Seviour, E.G., Sehgal, V., Lu, Y., Luo, Z., Moss, T., Zhang, F., Hill, S.M., Liu, W., Maiti, S.N., 

Cooper, L., et al. (2016). Functional proteomics identifies miRNAs to target a 

p27/Myc/phospho-Rb signature in breast and ovarian cancer. Oncogene 35, 691-701. 

Shay, J.W. (2016). Role of Telomeres and Telomerase in Aging and Cancer. Cancer Discov 6, 

584-593. 

Sherr, C.J., and Roberts, J.M. (2004). Living with or without cyclins and cyclin-dependent 

kinases. Genes Dev 18, 2699-2711. 

Shi, J., and Vakoc, C.R. (2014). The mechanisms behind the therapeutic activity of BET 

bromodomain inhibition. Mol Cell 54, 728-736. 

Shieh, S.Y., Ikeda, M., Taya, Y., and Prives, C. (1997). DNA damage-induced phosphorylation 

of p53 alleviates inhibition by MDM2. Cell 91, 325-334. 

Shu, S., and Polyak, K. (2016). BET Bromodomain Proteins as Cancer Therapeutic Targets. 

Cold Spring Harbor symposia on quantitative biology 81, 123-129. 

Siegfried, A., and Delisle, M.B. (2018). [Medulloblastoma. Pathology]. Neuro-Chirurgie. 

Singleton, B.K., Torres-Arzayus, M.I., Rottinghaus, S.T., Taccioli, G.E., and Jeggo, P.A. 

(1999). The C terminus of Ku80 activates the DNA-dependent protein kinase catalytic subunit. 

Mol Cell Biol 19, 3267-3277. 

Smith, J., Mun Tho, L., Xu, N., and A. Gillespie, D. (2010). Chapter 3 - The ATM–Chk2 and 

ATR–Chk1 Pathways in DNA Damage Signaling and Cancer. In Adv Cancer Res, G.F. Vande 

Woude, and G. Klein, eds. (Academic Press), pp. 73-112. 

Sodir, N.M., and Evan, G.I. (2011). Finding cancer's weakest link. Oncotarget 2, 1307-1313. 

Sodir, N.M., and Soucek, L. (2013). The Myc world within reach. Methods Mol Biol 1012, 1-

6. 



 

90 

Sodir, N.M., Swigart, L.B., Karnezis, A.N., Hanahan, D., Evan, G.I., and Soucek, L. (2011). 

Endogenous Myc maintains the tumor microenvironment. Genes Dev 25, 907-916. 

Soofiyani, S.R., Hejazi, M.S., and Baradaran, B. (2017). The role of CIP2A in cancer: A review 

and update. Biomedicine & pharmacotherapy = Biomedecine & pharmacotherapie 96, 626-

633. 

Soucek, L., Jucker, R., Panacchia, L., Ricordy, R., Tato, F., and Nasi, S. (2002). Omomyc, a 

potential Myc dominant negative, enhances Myc-induced apoptosis. Cancer Res 62, 3507-

3510. 

Soucek, L., Whitfield, J., Martins, C.P., Finch, A.J., Murphy, D.J., Sodir, N.M., Karnezis, A.N., 

Swigart, L.B., Nasi, S., and Evan, G.I. (2008). Modelling Myc inhibition as a cancer therapy. 

Nature 455, 679-683. 

Soucek, L., Whitfield, J.R., Sodir, N.M., Masso-Valles, D., Serrano, E., Karnezis, A.N., 

Swigart, L.B., and Evan, G.I. (2013). Inhibition of Myc family proteins eradicates KRas-driven 

lung cancer in mice. Genes Dev 27, 504-513. 

Staller, P., Peukert, K., Kiermaier, A., Seoane, J., Lukas, J., Karsunky, H., Moroy, T., Bartek, 

J., Massague, J., Hanel, F., et al. (2001). Repression of p15(INK4b) expression by Myc through 

association with Miz-1. Nat Cell Biol 3, 392-399. 

Starita, L.M., and Parvin, J.D. (2003). The multiple nuclear functions of BRCA1: transcription, 

ubiquitination and DNA repair. Current Opinion in Cell Biology 15, 345-350. 

Stathis, A., Zucca, E., Bekradda, M., Gomez-Roca, C., Delord, J.P., de La Motte Rouge, T., 

Uro-Coste, E., de Braud, F., Pelosi, G., and French, C.A. (2016). Clinical Response of 

Carcinomas Harboring the BRD4-NUT Oncoprotein to the Targeted Bromodomain Inhibitor 

OTX015/MK-8628. Cancer Discov 6, 492-500. 

Steeg, P.S. (2006). Tumor metastasis: mechanistic insights and clinical challenges. Nat Med 

12, 895-904. 

Stellas, D., Szabolcs, M., Koul, S., Li, Z., Polyzos, A., Anagnostopoulos, C., Cournia, Z., 

Tamvakopoulos, C., Klinakis, A., and Efstratiadis, A. (2014). Therapeutic effects of an anti-

Myc drug on mouse pancreatic cancer. J Natl Cancer Inst 106. 

Stojanova, A., Tu, W.B., Ponzielli, R., Kotlyar, M., Chan, P.K., Boutros, P.C., Khosravi, F., 

Jurisica, I., Raught, B., and Penn, L.Z. (2016). MYC interaction with the tumor suppressive 

SWI/SNF complex member INI1 regulates transcription and cellular transformation. Cell 

Cycle 15, 1693-1705.3 

Strasser, A. (2005). The role of BH3-only proteins in the immune system. Nature reviews 

Immunology 5, 189-200. 

Struntz, N.B., Chen, A., Deutzmann, A., Wilson, R.M., Stefan, E., Evans, H.L., Ramirez, M.A., 

Liang, T., Caballero, F., Wildschut, M.H.E., et al. 

Szablewski, L. (2013). Expression of glucose transporters in cancers. Biochim Biophys Acta 

1835, 164-169. 

Tabor, V., Bocci, M., Alikhani, N., Kuiper, R., and Larsson, L.G. (2014). MYC synergizes 

with activated BRAFV600E in mouse lung tumor development by suppressing senescence. 

Cancer Res 74, 4222-4229. 

te Poele, R.H., Okorokov, A.L., Jardine, L., Cummings, J., and Joel, S.P. (2002). DNA damage 

is able to induce senescence in tumor cells in vitro and in vivo. Cancer Res 62, 1876-1883. 



 

 91 

Tee, A.R., and Proud, C.G. (2002). Caspase Cleavage of Initiation Factor 4E-Binding Protein 

1 Yields a Dominant Inhibitor of Cap-Dependent Translation and Reveals a Novel Regulatory 

Motif. Mol Cell Biol 22, 1674. 

Terzic, J., Grivennikov, S., Karin, E., and Karin, M. (2010). Inflammation and colon cancer. 

Gastroenterology 138, 2101-2114.e2105. 

Thomas, H.E., McKenzie, M.D., Angstetra, E., Campbell, P.D., and Kay, T.W. (2009). Beta 

cell apoptosis in diabetes. Apoptosis 14, 1389-1404. 

Thomas, L.R., Wang, Q., Grieb, B.C., Phan, J., Foshage, A.M., Sun, Q., Olejniczak, E.T., Clark, 

T., Dey, S., Lorey, S., et al. (2015). Interaction with WDR5 promotes target gene recognition 

and tumorigenesis by MYC. Mol Cell 58, 440-452. 

Tsai, W.B., Aiba, I., Long, Y., Lin, H.K., Feun, L., Savaraj, N., and Kuo, M.T. (2012). 

Activation of Ras/PI3K/ERK pathway induces c-Myc stabilization to upregulate 

argininosuccinate synthetase, leading to arginine deiminase resistance in melanoma cells. 

Cancer Res 72, 2622-2633. 

Tu, W.B., Helander, S., Pilstal, R., Hickman, K.A., Lourenco, C., Jurisica, I., Raught, B., 

Wallner, B., Sunnerhagen, M., and Penn, L.Z. (2015). Myc and its interactors take shape. 

Biochim Biophys Acta 1849, 469-483. 

Vafa, O., Wade, M., Kern, S., Beeche, M., Pandita, T.K., Hampton, G.M., and Wahl, G.M. 

(2002). c-Myc can induce DNA damage, increase reactive oxygen species, and mitigate p53 

function: a mechanism for oncogene-induced genetic instability. Mol Cell 9, 1031-1044. 

Valastyan, S., and Weinberg, R.A. (2011). Tumor metastasis: molecular insights and evolving 

paradigms. Cell 147, 275-292. 

Van Meter, M., Simon, M., Tombline, G., May, A., Morello, Timothy D., Hubbard, Basil P., 

Bredbenner, K., Park, R., Sinclair, David A., Bohr, Vilhelm A., et al. (2016). JNK 

Phosphorylates SIRT6 to Stimulate DNA Double-Strand Break Repair in Response to 

Oxidative Stress by Recruiting PARP1 to DNA Breaks. Cell Reports 16, 2641-2650. 

Varmeh, S., and Manfredi, J.J. (2009). Inappropriate activation of cyclin-dependent kinases by 

the phosphatase Cdc25b results in premature mitotic entry and triggers a p53-dependent 

checkpoint. J Biol Chem 284, 9475-9488. 

Vivanco, I., and Sawyers, C.L. (2002). The phosphatidylinositol 3-Kinase AKT pathway in 

human cancer. Nat Rev Cancer 2, 489-501. 

Vogler, M., Hamali, H.A., Sun, X.M., Bampton, E.T., Dinsdale, D., Snowden, R.T., Dyer, 

M.J., Goodall, A.H., and Cohen, G.M. (2011). BCL2/BCL-X(L) inhibition induces apoptosis, 

disrupts cellular calcium homeostasis, and prevents platelet activation. Blood 117, 7145-7154. 

von der Lehr, N., Johansson, S., Wu, S., Bahram, F., Castell, A., Cetinkaya, C., Hydbring, P., 

Weidung, I., Nakayama, K., Nakayama, K.I., et al. (2003). The F-box protein Skp2 participates 

in c-Myc proteosomal degradation and acts as a cofactor for c-Myc-regulated transcription. 

Mol Cell 11, 1189-1200. 

von Eyss, B., and Eilers, M.Vousden, K.H., and Lane, D.P. (2007). p53 in health and disease. 

Nat Rev Mol Cell Biol 8, 275-283. 

von Eyss, B., and Eilers, M. (2011). Addicted to Myc--but why? Genes Dev 25, 895-897. 



 

92 

Wali, J.A., Masters, S.L., and Thomas, H.E. (2013). Linking metabolic abnormalities to 

apoptotic pathways in Beta cells in type 2 diabetes. Cells 2, 266-283. 

Walz, S., Lorenzin, F., Morton, J., Wiese, K.E., von Eyss, B., Herold, S., Rycak, L., Dumay-

Odelot, H., Karim, S., Bartkuhn, M., et al. (2014). Activation and repression by oncogenic 

MYC shape tumour-specific gene expression profiles. Nature 511, 483-487. 

Wang, H., Chauhan, J., Hu, A., Pendleton, K., Yap, J.L., Sabato, P.E., Jones, J.W., Perri, M., 

Yu, J., Cione, E., et al. (2013). Disruption of Myc-Max heterodimerization with improved cell-

penetrating analogs of the small molecule 10074-G5. Oncotarget 4, 936-947. 

Warburg, O., Wind, F., and Negelein, E. (1927). THE METABOLISM OF TUMORS IN THE 

BODY. The Journal of general physiology 8, 519-530. 

Weber, A.M., and Ryan, A.J. (2015). ATM and ATR as therapeutic targets in cancer. 

Pharmacology & Therapeutics 149, 124-138. 

Weber, C.K., Slupsky, J.R., Kalmes, H.A., and Rapp, U.R. (2001). Active Ras induces 

heterodimerization of cRaf and BRaf. Cancer Res 61, 3595-3598. 

Weemaes, C.M., Hustinx, T.W., Scheres, J.M., van Munster, P.J., Bakkeren, J.A., and 

Taalman, R.D. (1981). A new chromosomal instability disorder: the Nijmegen breakage 

syndrome. Acta paediatrica Scandinavica 70, 557-564. 

Weinstein, I.B., and Joe, A. (2008). Oncogene addiction. Cancer Res 68, 3077-3080; discussion 

3080. 

Welcker, M., Orian, A., Grim, J.A., Eisenman, R.N., and Clurman, B.E. (2004a). A nucleolar 

isoform of the Fbw7 ubiquitin ligase regulates c-Myc and cell size. Current Biology 14, 1852-

1857. 

Welcker, M., Orian, A., Jin, J.P., Grim, J.A., Harper, J.W., Eisenman, R.N., and Clurman, B.E. 

(2004b). The Fbw7 tumor suppressor regulates glycogen synthase kinase 3 phosphorylation-

dependent c-Myc protein degradation. Proc Natl Acad Sci U S A 101, 9085-9090. 

Weterings, E., and Chen, D.J. (2008). The endless tale of non-homologous end-joining. Cell 

research 18, 114-124. 

Whitfield, J.R., Beaulieu, M.E., and Soucek, L. (2017). Strategies to Inhibit Myc and Their 

Clinical Applicability. Front Cell Dev Biol 5, 10. 

Wiegering, A., Uthe, F.W., Jamieson, T., Ruoss, Y., Huttenrauch, M., Kuspert, M., Pfann, C., 

Nixon, C., Herold, S., Walz, S., et al. (2015). Targeting translation initiation bypasses signaling 

crosstalk mechanisms that maintain high MYC levels in colorectal cancer. Cancer Discov. 

5,768 

Wienken, C.J., Baaske, P., Rothbauer, U., Braun, D., and Duhr, S. (2010). Protein-binding 

assays in biological liquids using microscale thermophoresis. Nature Communications 1, 100. 

Wierstra, I., and Alves, J. (2008). The c-myc promoter: still MysterY and challenge. Adv 

Cancer Res 99, 113-333. 

Wiese, K.E., Walz, S., von Eyss, B., Wolf, E., Athineos, D., Sansom, O., and Eilers, M. (2013). 

The role of MIZ-1 in MYC-dependent tumorigenesis. Cold Spring Harb Perspect Med 3, 

a014290. 



 

 93 

Williams, N.G., Roberts, T.M., and Li, P. (1992). Both p21ras and pp60v-src are required, but 

neither alone is sufficient, to activate the Raf-1 kinase. Proceedings of the National Academy 

of Sciences 89, 2922. 

Williams, R.S., Moncalian, G., Williams, J.S., Yamada, Y., Limbo, O., Shin, D.S., Groocock, 

L.M., Cahill, D., Hitomi, C., Guenther, G., et al. (2008). Mre11 dimers coordinate DNA end 

bridging and nuclease processing in double-strand-break repair. Cell 135, 97-109. 

Williams, R.S., Williams, J.S., and Tainer, J.A. (2007). Mre11-Rad50-Nbs1 is a keystone 

complex connecting DNA repair machinery, double-strand break signaling, and the chromatin 

template. Biochemistry and cell biology = Biochimie et biologie cellulaire 85, 509-520. 

Wise, D.R., DeBerardinis, R.J., Mancuso, A., Sayed, N., Zhang, X.Y., Pfeiffer, H.K., Nissim, 

I., Daikhin, E., Yudkoff, M., McMahon, S.B., et al. (2008). Myc regulates a transcriptional 

program that stimulates mitochondrial glutaminolysis and leads to glutamine addiction. Proc 

Natl Acad Sci U S A 105, 18782-18787. 

Wood, M.A., McMahon, S.B., and Cole, M.D. (2000). An ATPase/helicase complex is an 

essential cofactor for oncogenic transformation by c-Myc. Mol Cell 5, 321-330. 

Wu, J., Ding, M., Mao, N., Wu, Y., Wang, C., Yuan, J., Miao, X., Li, J., and Shi, Z. (2017). 

Celastrol inhibits chondrosarcoma proliferation, migration and invasion through suppression 

CIP2A/c-MYC signaling pathway. Journal of pharmacological sciences 134, 22-28. 

Xu, Y., Shi, J., Yamamoto, N., Moss, J.A., Vogt, P.K., and Janda, K.D. (2006). A credit-card 

library approach for disrupting protein-protein interactions. Bioorg Med Chem 14, 2660-2673. 

Yada, M., Hatakeyama, S., Kamura, T., Nishiyama, M., Tsunematsu, R., Imaki, H., Ishida, N., 

Okumura, F., Nakayama, K., and Nakayama, K.I. (2004). Phosphorylation-dependent 

degradation of c-Myc is mediated by the F-box protein Fbw7. Embo Journal 23, 2116-2125. 

Yap, J.L., Wang, H., Hu, A., Chauhan, J., Jung, K.Y., Gharavi, R.B., Prochownik, E.V., and 

Fletcher, S. (2013). Pharmacophore identification of c-Myc inhibitor 10074-G5. Bioorg Med 

Chem Lett 23, 370-374. 

Yin, X., Giap, C., Lazo, J.S., and Prochownik, E.V. (2003). Low molecular weight inhibitors 

of Myc-Max interaction and function. Oncogene 22, 6151-6159. 

Yokota, J., Mori, N., Akiyama, T., Shimosato, Y., Sugimura, T., and Terada, M. (1989). 

Multiple genetic alterations in small-cell lung carcinoma. Princess Takamatsu symposia 20, 

43-48. 

Youle, R.J., and Strasser, A. (2008). The BCL-2 protein family: opposing activities that 

mediate cell death. Nat Rev Mol Cell Biol 9, 47-59. 

Zhan, Q., Carrier, F., and Fornace, A.J., Jr. (1993). Induction of cellular p53 activity by DNA-

damaging agents and growth arrest. Mol Cell Biol 13, 4242-4250. 

Zhang, Y., and Hunter, T. (2014). Roles of Chk1 in cell biology and cancer therapy. Int J 

Cancer 134, 1013-1023. 

Zhang, Y., Xiong, Y., and Yarbrough, W.G. (1998). ARF promotes MDM2 degradation and 

stabilizes p53: ARF-INK4a locus deletion impairs both the Rb and p53 tumor suppression 

pathways. Cell 92, 725-734. 



 

94 

Zimmerman, K.A., Yancopoulos, G.D., Collum, R.G., Smith, R.K., Kohl, N.E., Denis, K.A., 

Nau, M.M., Witte, O.N., Toran-Allerand, D., Gee, C.E., et al. (1986). Differential expression 

of myc family genes during murine development. Nature 319, 780-783. 

Zindy, F., Eischen, C.M., Randle, D.H., Kamijo, T., Cleveland, J.L., Sherr, C.J., and Roussel, 

M.F. (1998). Myc signaling via the ARF tumor suppressor regulates p53-dependent apoptosis 

and immortalization. Genes Dev 12, 2424-2433. 

Zou, L., and Elledge, S.J. (2003). Sensing DNA damage through ATRIP recognition of RPA-

ssDNA complexes. Science 300, 1542-1548. 

Zirath, H., Frenzel, A., Oliynyk, G., Segerström, L., Westermark, U.K., Larsson, K., 

Munksgaard Persson, M., Hultenby, K., Lehtiö, J., Einvik, C., et al. (2013). MYC inhibition 

induces metabolic changes leading to accumulation of lipid droplets in tumor cells. Proceedings 

of the National Academy of Sciences 110, 10258.  


