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2 Introduction 

Cancer in children is rare. In industrialized countries, only 0.5-1 % of all cancers occur in 

children below the age of 15 years [1]. The annual incidence in Europe was 139 per million 

children for the period 1988-1997 [2]; in Norway, approximately 160 children develop cancer 

each year [3]. The overall chance to survive childhood cancer has increased substantially 

during the last decades, from 54 % for cases diagnosed between 1978-1982, to 75 % for those 

diagnosed 1993-1997 [4]. Highest survival rates in Europe are reported from Western Europe 

and the Nordic countries [5, 6].    

In contrast to adult cancer, which comprises mainly carcinomas in the respiratory, 

gastrointestinal and reproductive organs, cancer in children is rarely manifested in these 

localizations. In addition, the histopathology of pediatric malignancies is remarkably different 

and mainly characterized by immature or embryonal cells from different developmental 

stages – rapidly proliferating and embarrassed to mature [7]. 

Leukemia is the most common pediatric cancer (35-45 % of cancer cases), followed by 

tumors of the central nervous system (around 30 %). The majority of other cases belong to the 

groups of lymphomas, sarcomas, or embryonal tumors like nephroblastoma, hepatoblastoma, 

and neuroblastoma [1].    

2.1 Neuroblastoma 

With an annual incidence of 7-12 new cases per million children [1, 8, 9], neuroblastoma is 

the most frequently diagnosed extra-cranial solid tumor in childhood, accounting for 7-8 % of 

all pediatric malignancies and 15 % of childhood cancer deaths [10, 11]. For patients with 

high-risk tumors, long-term survival rates are still below 40 %, making treatment of 

neuroblastoma to one of the major challenges in pediatric oncology [12-14].  

Neuroblastoma comprises a group of biologically distinct tumors with extremely 

heterogeneous behavior. On the one hand, localized tumors, which are often asymptomatic, 

but even metastasized neuroblastomas in infants can regress completely or differentiate 

spontaneously into benign histological variants without any treatment at all [15-17]. On the 

other hand, metastatic neuroblastomas in children older than 18 months at diagnosis cause 

severe systemic illness and are associated with poor prognosis, despite all modern and 

aggressive multi-modal treatment efforts [18].  
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In 2003, Garrett Brodeur addressed the “enigmatic” nature of neuroblastoma in a state-of-the-

art review and noted that “few tumors have engendered as much fascination and frustration 

for clinical and laboratory investigators as neuroblastoma” [19]. One way to improve 

treatment and hopefully increase survival is to unravel the molecular basis of neuroblastoma 

tumorigenesis. The identification of genes and their regulators, like miRNAs and signaling 

pathways, responsible for the malignant transformation of neuroblastoma cells, will help to 

define patient risk groups on a molecular basis [20-23] and aid to develop new therapeutic 

strategies based on directly targeting these biological pathways [14, 24]. 

2.1.1 Neuroblastoma – a disorder of normal development 

Neuroblastoma belongs to the group of embryonal tumors, neoplasms in which the cell of 

origin physiologically participates in the organogenesis during embryonal development. 

Normal development is characterized by precisely controlled stages of proliferation and 

differentiation, and is dependent upon communication between distinct populations of 

precursor cells. The failure of precursor cells to exit from a proliferative phase and enter the 

differentiation process is a mainstay of embryonal neoplasms [25].  Simplified, embryonal 

tumors can be regarded as a disorder of normal development.  

Neuroblastoma originates from precursor cells of the sympathetic nervous system. During 

neurulation, a developmental step in the embryonic formation of the central nervous system, 

the neural plate, or neuroepithelium, folds in on itself to form the neural tube, a structure that 

will later develop into the brain and the spinal cord (Figure 1). This process of folding brings 

the two outer edges of the plate together to create the transient embryonal structure called 

neural crest. As a consequence, precursor cells from the neural crest then build the dorsal part 

of the neural tube. From this position, a subset of neural crest cells are initiated to undergo an 

epithelial-to-mesenchymal transition (EMT), a process in which cell-cell contacts are 

abrogated, the cytoskeleton is reorganized and cells subsequently acquire a motile phenotype 

[26]. These cells start to migrate along stereotypical migratory pathways, and form a variety 

of diverse cell types, including peripheral neurons, Schwann cells, craniofacial bones, 

melanocytes in the skin, and heart valves, depending on their axial level of origin. Migratory 

neural crest cells from the trunk populate the primordia of the sympathetic ganglia and the 

adrenal gland, and finally differentiate into the sympathoadrenal lineage of sympathetic 

neurons and adrenal chromaffin cells [27, 28].  
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  Figure 1: Border induction and neurulation (from [29], with permission) 

A variety of extracellular signals from the microenvironment (cell-cell and cell-matrix 

interactions) as well as intracellular signaling events induce the complex process of neural 

crest formation, guide the migratory neural crest cells along the migration routes and control 

the sequential process of proliferation and differentiation into the sympathoadrenal lineage 

(reviewed in [29, 30]).  

For example, cells from the non-neural ectoderm or mesoderm secrete Wnt proteins that 

activate Wnt signaling in adjacent cells at the border of the neural plate to initiate neural crest 

formation [31]. In addition, secretion of bone morphogenic protein (BMP), Sonic hedgehog 

(Shh) and fibroblast growth factors (FGFs) are involved in neural crest induction [29, 32]. 

These inductive signals activate genes in neural crest cells known as neural crest specifiers, 

including FoxD3, Snail (Snai1), Slug (Snai2), Sox9 and Sox10 [29]. Neural crest specifiers, in 

turn, are involved in the initiation of the migratory process, e.g. through the repression of 

adhesion molecules like E-cadherin (by Snail [33] and Slug [34]) and the induction of 

Cadherin-7 (by FoxD3 [35]), as well as in the differentiation of post-migratory cells (by Sox9 
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and Sox10 [36]). Differentiation into the sympathoadrenal lineage requires expression of 

BMP family proteins in the neural crest-derived cells [37, 38].  

A strong intracellular stimulus for the ventral migration of neural crest cells is expression of 

the proto-oncogene MYCN. N-myc, the protein encoded by MYCN, is found in moderate 

levels in the nuclei of all trunk neural crest cells before and during migration. After migration, 

cells committed to differentiate into neurons retain high N-myc expression. During neuronal 

maturation, N-myc promotes sympathetic neuronal differentiation in cooperation with other 

intracellular factors (like Mash1 and Phox2b) and extracellular signals (like BMP proteins)[30, 

39, 40]. 

In summary, neural crest cells represent a proliferative cell population that maintains self-

renewal capacity during the migratory course [41]. Disturbances in the spatiotemporally 

precisely controlled processes with consequent inhibition of cell-cycle exit and normal 

differentiation, maintaining proliferation at time points when differentiation is required, can 

initiate the transformation of neural crest cells and, for example, give rise to neuroblastic 

tumors [25]. 

2.1.2 Localization and classification of primary neuroblastic tumors 

The embryonic migration of trunk neural crest cells explains why neuroblastic tumors can 

arise anywhere along the defined migratory routes. The most common sites for neuroblastoma 

are the adrenal medulla (35%), the paravertebral sympathetic ganglia in the abdomen (30-

35%) and mediastinum (20%). Less common sites are the pelvis (3-5%) and the neck (1-5%) 

[42].  

Histologically, the group of neuroblastic tumors consists of several categories that are defined 

according to the maturation degree of the neuroblastic cells and the presence or absence of 

Schwann cell-stromal components in the tumor. The histopathology of neuroblastic tumors 

has been classified in the International Neuroblastoma Pathology Classification (INPC) [43, 

44]. The INPC distinguishes four basic morphologic categories, in which the degree of 

Schwannian stromal development is noted in parenthesis: 

Neuroblastoma (Schwannian stroma-poor) is the most immature variant of neuroblastic 

tumors and consists of small blue round cells with little, if any, features of differentiation 

towards maturing ganglion cells. Neuroblastomas can be further subdivided into 

undifferentiated, poorly differentiated and differentiating tumors. Undifferentiated 

neuroblastomas, in which background neuropil (thin neurite processes) are completely absent, 
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have to be separated by immunohistochemistry from other small blue round cell tumors, like 

Ewing sarcoma/primitive neuroectodermal tumors (PNET), rhabdomyosarcoma, Wilms 

tumors or myeloid sarcoma. The subtype of poorly differentiated neuroblastoma is diagnosed 

when neuropil background is present, but the percentage of cells with ganglion differentiation 

does not exceed 5 %. The subtype of differentiating neuroblastoma is defined as a tumor with 

abundant background neuropil and 5 – 50% of the neuroblasts showing differentiation 

towards ganglion cells.  

On the opposite side of the differentiation scale, the most differentiated category of 

neuroblastic tumors is a ganglioneuroma (Schwannian stroma-dominant). These tumors are 

composed of a dominating Schwann cells stroma with a minor component of ganglion cells of 

different maturation degree. In its completely maturated form, ganglioneuroma lacks any 

neuroblastic component.  

Between the immature neuroblastomas and mature ganglioneuromas, the INPC classifies two 

categories composed of both ganglioneuromatous (“ganglio-“) and neuroblastic components 

(“-neuroblastoma”) and therefore referred to as ganglioneuroblastoma. Neuropil is generally 

abundant. The category of intermixed ganglioneuroblastoma (Schwannian stroma-rich) 

contains well-defined microscopic nests of  “embryonal residues” with neuroblastic cells in 

different maturation stages. The category of nodular ganglioneuroblastoma (composite 

Schwannian stroma-rich/stroma-dominant and stroma-poor) consists of a more heterogeneous 

cell population (“composite”). The neuroblastic cells form nodules in the tumor that are often 

macroscopically apparent and hemorrhagic and contain aggressive malignant cell clones due 

to acquired genetic aberrations or the persistence of malignant clones [43]. 

In a review of 224 neuroblastic tumors [44], the distribution of the INPC categories was as 

following: 190 neuroblastomas (85%), 19 nodular ganglioneuroblastomas (8%), 5 intermixed 

ganglioneuroblastomas (2%), one ganglioneuroma (<1%) and 9 tumors not classifiable (4%). 

2.1.3 Differentiation of neuroblastoma cells 

Although impaired in their physiological differentiation program, most neuroblastoma cells 

retain the capacity to differentiate – spontaneously in vivo, and upon stimulation with various 

agents and growth factors in vitro and in vivo (reviewed in [45]). Spontaneous differentiation 

and regression of neuroblastoma tumors is a peculiar phenomenon in mainly localized tumors 

[15]. These biologically favorable tumors express high levels of the neurotrophic tropomyosin 

kinase receptor A (TrkA), the receptor for nerve growth factor (NGF) [46, 47]. Expression of  
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TrkA appears to mediate either differentiation or apoptosis of neuroblastoma cells, depending 

on the presence or absence of NGF, respectively [48, 49], suggesting that the NGF/TrkA 

pathway is responsible for the differentiation and regression of favorable neuroblastomas [48]. 

Retinoids, like the naturally occurring all-trans-retinoic acid (ATRA) and 9-cis-retinoic acid 

(RA) or the synthetic 13-cis-RA, induce neuronal differentiation and growth arrest of 

neuroblastoma cells both in vitro and in vivo [45]. 13-cis-RA is therapeutically used in 

neuroblastoma treatment ([50], and chapter 2.1.6). Stimulation of the neuroblastoma cell line 

SH-SY-5Y with 12-O-tetradecanoyl phorbol-13-acetate (TPA) induces a strong 

differentiation process, and is used as a model system for mechanistic studies of human 

sympathetic neuronal differentiation. In addition, combinations of growth factors with 

physiologically roles during development of the sympathetic nervous system, like basic FGF 

and insulin-like growth factor 1 (IGF1), induce neuronal differentiation of neuroblastoma 

cells in vitro [45].  Neuroblastoma cell lines generally lack Trk receptors, however, pre-

treatment with retinoids induce Trk expression and sensitize the receptors for their 

neurotrophin ligands (TrkA for NGF; TrkB for brain-derived neurotrophic factor (BDNF) and 

neurotrophin (NTF) -4; TrkC for NTF-3) (reviewed in [45, 49]). Interestingly, the capacity to 

response to exogenous differentiation stimuli is retained even under high MYCN expression 

[51]. Knockdown of MYCN in MYCN-amplified neuroblastoma cells induces neuronal 

differentiation [52]. 

Taken together, the potential of neuroblastoma cells to differentiate, either spontaneously or 

upon distinct triggers, is one of the major neuroblastoma research foci due to fact that 

knowledge about these processes may have direct clinical implication for tumor 

differentiation therapy.  

2.1.4 Molecular aspects in neuroblastoma 

Neuroblastoma is a complex genetic disorder [19, 53, 54]. Acquired somatic aberrations, 

either through segmental chromosomal aberrations like translocations and gene amplification, 

or numerical chromosomal changes, substantially influence tumor biology and clinical 

behavior (see also chapters 2.1.5.3 and 2.1.5.4, and [55]). In addition, several pre-disposing 

germline aberrations have been identified (reviewed in [54]). The following sections will 

review molecular aspects in neuroblastoma, focused on relevance for the papers in this thesis. 
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2.1.4.1 MYCN amplification (MNA) 

Amplification of the human proto-oncogene MYCN is found in approximately 20% of 

neuroblastoma tumors [53]. Due to its profound effect on clinical outcome (see chapter 

2.1.5.3), MYCN-amplification (MNA) is routinely used as a biomarker for treatment 

stratification. The amplification is cytogenetically detectable as autonomously replicating 

double minute chromosomes (dmins), or intrachromosomal homogenously staining regions 

(hsr).  The transcription factor N-myc, which is encoded by MYCN on chromosome 2p24, 

belongs to the Myc-family of DNA binding basic region/helix-loop-helix/leucine zipper 

(bHLHZip) proteins, in which c-Myc, L-Myc and N-myc are the best characterized members 

[56]. The genomic sequences of MYCN and c-MYC share wide structural homology. Both 

genes consist of three exons, where the first exon is untranslated and exon 2 and 3 encode the 

translated regions [57].  N-myc and c-Myc proteins are of similar sizes (464 and 454 amino 

acids, respectively). However, the MYCN mRNA is longer, mainly due to a larger 3'-

untranslated region (3'UTR).  In addition to structural and sequence homologies within the 

Myc-family, the functions of these proteins are closely related. Myc-proteins heterodimerize 

with the bHLHZip-protein Max to a transcription factor complex that binds to specific E-box 

DNA motifs (5'-CANNTG-3') and activates transcription of genes involved in diverse cellular 

functions, including cell growth and proliferation, metabolism, apoptosis and differentiation 

[58-60]. N-myc preferentially binds to the E-box motifs CATGTG and CAACTG. Under 

MNA conditions, however, N-myc becomes less specific and binds additionally to CATTTG 

and CATCTG [61]. In addition to Myc, Max also dimerizes with the bHLHZip-proteins 

Mad/Mnt. These complexes also bind to E-box elements, but repress transcription through the 

recruitment of co-repressors [62]. Through interaction with Sp1 and Miz-1 at promoters, N-

myc has been shown to silence gene expression by recruitment of the histone deacetylase 

HDAC1 [63, 64].  

Dysregulation of Myc activity is an oncogenic hallmark in many human malignancies. Over-

activation of Myc proteins is mainly caused by gene translocations or amplifications, or 

enhanced protein translation or stability, leading to overexpression of a structural normal 

protein [65, 66].  

Given the fundamental role of Myc proteins on cellular processes, their activity in normal 

cells needs to be spatially and timely controlled. While c-Myc is expressed during all 

developmental stages and in a distinct pattern throughout the cell cycle of dividing cells, 

MYCN expression is restricted mainly to the peripheral and central nervous system, kidney, 
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lung and spleen during particular embryonal stages [67]. Expression is controlled at multiple 

levels, including gene transcription through upstream regulators, mRNA turnover, and protein 

activation or decay upon phosphorylation of specific protein residues [56]. In addition, MYCN 

is regulated by microRNAs (see chapter 2.3.10 and paper II).  

The reason why MNA is associated with aggressive tumor biology is still not completely 

understood. Usually, MNA results in overexpression of N-myc protein. Several direct and 

indirect N-myc-targets have been identified, including genes involved in cell cycle regulation 

(e.g. MDM2, MCM7, ODC, and ID2), apoptosis (e.g. TP53), differentiation (e.g. CDC42, 

PAX3), drug resistance (e.g. MRP1) and MYCN stability (Aurora kinase A) (reviewed in [58]). 

In addition, N-myc regulates miRNAs with both oncogenic and tumor suppressor functions 

(see chapter 2.3 and paper I). 

2.1.4.2 Numerical and segmental chromosomal aberrations 

Neuroblastoma tumors harbor numerical chromosomal changes (gains and losses of whole 

chromosomes), segmental aberrations (translocations, amplifications), or combinations of 

both. In a recent study, 224 neuroblastoma tumors were genetically classified according to 

array-CGH profiles to carry either numerical or segmental aberrations alone, in combination, 

or a MNA with or without numerical aberrations (5 groups). Survival dichotomized into 2 

groups: excellent outcome, regardless of stage and age, was found for tumors with solely 

numerical aberrations; segmental aberrations, in contrast, resulted in poor survival. Most 

common segmental alterations were deletions at 1p, 3p and 11q, as well as gains of 1q, 2p and 

17q. Notably, the presence of segmental alterations, whatever their type, was the strongest 

predictor for relapse, regardless of the concomitant MYCN status [55]. The existence of 

tumors with both numerical and segmental changes is indicative for a tumor model in which 

low-grade tumors with numerical changes can secondarily acquire segmental aberrations and 

evolve into aggressive tumors [54]. The fact that the age at diagnosis of mixed profile tumors 

is higher than numerical-only cases, supports the idea of transition, and may be a rationale for 

neuroblastoma mass screening at later ages (see chapter 2.1.7 and [68]).  

2.1.4.3 ALK mutations 

Although chromosomal aberrations are frequent in neuroblastoma, only few mutations in 

typical cancer genes have been reported. In 2008, activating somatic mutations in the 

anaplastic lymphoma kinase (ALK) gene were identified in approximately 6-11% of sporadic 

neuroblastoma tumors [69-73], making ALK to the second major neuroblastoma gene. The 
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oncogenic nature of ALK mutants has been demonstrated in several neuroblastoma in vitro 

systems. Currently, extensive research is ongoing to develop, and clinically evaluate, small 

molecule ALK inhibitors, selectively targeting ALK-mutant neuroblastoma cells (reviewed in 

[74]). 

2.1.4.4 Wnts, the Wnt pathway and DKK3 in neuroblastoma 

The human Wnts are a family of 19 secreted proteins with broad implication in central 

nervous system development [75], including neural crest-derived structures [32, 76], as well 

as many other cellular functions like proliferation, apoptosis, cell adhesion and differentiation 

(reviewed in [77]). Wnt proteins act primarily through the canonical Wnt signaling pathway, 

which finally results in stabilization of the intracellular proto-oncoprotein β-catenin and 

activation of target gene transcription. In detail, but still simplified, Wnt ligands bind to a cell 

surface receptor complex consisting of the proteins frizzled and LRP5 and -6. Binding leads 

to phosphorylation of LRP5/6, which in turn recruits Dishevelled (DVL) proteins to interact 

with frizzled. As a consequence, a destruction complex consisting of APC (adenomatous 

polyposis coli) and axins, which otherwise rapidly degrades β-catenin, is inactivated by 

phosphorylated LRP5/6 and DVL and releases stabilized β-catenin that translocates to the 

nucleus. Here, β-catenin forms a complex with the LEF/TCF transcription factors to activate 

transcriptional targets (reviewed in [78]). 

The identification of proto-oncogenes like c-Myc [79] and N-myc [80] as targets for activated 

Wnt-β-catenin signaling, as well as the detection of mutations in components of the Wnt 

pathway in cancer, broadly connects the Wnt pathway to cancer development (review [81]).  

Mutations in inhibitors of the Wnt signaling pathway are another mechanisms for abnormal 

Wnt signaling contributing to oncogenic transformation. Dickkopf proteins (DKK1-4 and 

soggy) are secreted modulators of the Wnt pathway [82]. DKK1 and -2 antagonize Wnt 

signaling through binding to LRP5/6, which in turn interferes with the receptor´s ability to 

interact with Wnt-bound frizzled. Alternatively, DKKs can interact with the receptor Kremen 

(Krm), leading to endocytosis and destruction of the DKK-Krm-LRP5/6 complex [82].  

The function of DKK3 is more obscure and seems to be dependent on the cell type. DKK3 

acts as an inhibitor of Wnt signaling by blocking β-catenin translocation to the nucleus in 

several cell models, including cancer cell lines [83-85].  In contrast, it has also been shown 

that DKK3 does not interact with LRP5/6, but with Krm. Through internalization of the Krm-

DKK3 complex, the Wnt pathway stays intact and Wnt signaling can be increased [86].  
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DKK3 is a tumor suppressor frequently inactivated by promoter methylation in cancers of the 

cervix [85, 87], liver [88, 89], breast [90], lung [91], mouth [92], and gastrointestinal tract [93, 

94]. In pancreatic carcinoma, high DKK3 expression in tumor vessels was associated with 

favorable outcome and response to cytotoxic treatment [95]. In neuroblastoma, similarly, 

DKK3 expression was higher in prognostic favorable tumors [96]. DKK3 did not seem to 

affect Wnt/β-catenin signaling in neuroblastoma, suggesting other still unknown tumor 

suppressor functions of DKK3 [96]. 

Previous reports have demonstrated that the expression of DKK3 mRNA in neuroblastic 

tumors and neuroblastoma cell lines is inversely correlated to the expression of N-myc [96, 

97]. By modifying MYCN expression with MYCN siRNA or induced MYCN expression, the 

reverse correlation between N-myc and DKK3 mRNA expression was confirmed in several 

neuroblastoma cell lines. However, no direct binding to the DKK3 promoter was identified, 

indicating an indirect regulatory mechanism [96].  

2.1.4.5 Familial neuroblastoma and germline susceptibility genes 

A family history of neuroblastoma can be detected in 1-2% of cases [98]. The majority of 

cases (90%) can be attributed to germ line mutations in either the paired-like homeobox 

PHOX2B gene [99] or the anaplastic lymphoma kinase (ALK) gene [73]. Patients with 

sporadic or familial neuroblastoma in conjunction with other diseases of neural-crest origin, 

like Hirschsprung’s disease and congenital central hypoventilation syndrome, typically have 

PHOX2B mutations. ALK mutations were also found in 5-15% of sporadic neuroblastoma 

cases [71, 73], making ALK to the major neuroblastoma-predisposing gene (see also chapter 

2.1.4.3 and [24]). Genetic testing for ALK or PHOX2B mutations is recommended in patients 

with a family history of neuroblastoma or other disorders of the neural crest to identify 

unaffected siblings with germline mutations who may profit from neuroblastoma screening 

and early diagnosis [53]. 

In addition to mutations in ALK and PHOX2B, several heritable genetic variations (single 

nucleotide polymorphisms, SNPs) in the human genome, identified by genome-wide 

association studies, predispose for the development of sporadic neuroblastomas [24, 53, 100]. 

2.1.5 From histopathology to risk stratification 

The degree of differentiation in neuroblastic tumors, but also other pathological and clinical 

markers like mitosis-karyorrhexis-index (MKI), mitosis rate, stage and age at diagnosis, are 

surrogates for underlying tumor burden and biology [11, 19, 24]. Risk group classification 
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systems incorporating these and other markers attempt to predict the aggressiveness and 

clinical course of an individual tumor. Given the clinical heterogeneity of neuroblastic tumors, 

it is highly relevant for treating physicians to be able to estimate tumor behavior, classify 

patients into risk-groups, and tailor therapy by treatment stratification. In 2009, an 

International Neuroblastoma Risk Group (INRG) Classification System was proposed based 

on a retrospective analysis of 8.800 neuroblastoma patients from North America, Europe and 

Japan [18]. The INRG Classification System (INRGCS) allows assessing risk prior to any 

treatment. The next section will briefly summarize the criteria incorporated in the INRGCS. 

Histological categories and grade of tumor differentiation, both integral parts of the INRGCS, 

have already been discussed in chapter 2.1.2.  

2.1.5.1 Tumor stage 

In 1988 and 1993, an International Neuroblastoma Staging System (INSS) was established 

[101, 102]. The system separated localized (stage 1 and 2) from locoregional (stage 3) and 

metastatic tumors (stage 4). Tumors in infants younger than 1 year with metastases limited to 

the skin, liver or bone marrow, were classified as stage 4S, attributing the fact that these 

tumors have a distinct biology and excellent prognosis with minimal or no treatment due to 

spontaneous regression or maturation (Figure 2). The INSS system is still in use in many 

countries.  

 

Figure 2: The International Neuroblastoma Staging System (INSS) 
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However, a disadvantage of the INSS is that staging is dependent on surgical species, and the 

degree of excision and number of involved lymph nodes may be dependent on the surgeon’s 

expertise and abundance of resected nodes. Therefore, a new staging system (International 

Risk Group Staging System, INRGSS) has recently been proposed [103].  

The INRGSS is based on pre-surgical, radiological characteristics of the primary tumor. 

Through the definition of a set of image-defined risk factors (IDRF), tumors are separated in 

groups with or without IDRFs. Image modalities include CT/MRI and metaiodobenzyl-

guanidine (MIBG) scintigraphy. In addition, bone marrow involvement has to be assessed. By 

these investigations, four disease stages were delineated (Figure 3).  

 

Figure 3: The International Neuroblastoma Risk Group (INRG) staging system 

2.1.5.2 Age at diagnosis 

Age is a strong independent prognostic factor in neuroblastoma. Basically, young children, 

especially under the age of 1 year, have often localized tumors with favorable tumor biology 

and superior prognosis, while the chance for disseminated disease, unfavorable biological 

features and death from refractory disease is continuously increasing in older children [11]. 

Traditionally, the age cutoff for risk classifications in clinical trials has been 12 months.  

However, retrospective data from larger trials revealed that age, as a risk factor, is rather a 

continuum than a binary variable. From statistical and biological standpoints, the optimal 

discriminatory cutoff has been determined to be somewhere between 15 and 19 months [104]. 

The INRG propose 18 months as age cutoff for future risk classifications [18]. 

2.1.5.3 Genetic markers 

The cytogenetic aberration most consistently associated with poor prognosis in neuroblastoma 

is genomic amplification of the proto-oncogene MYCN (see chapter 2.1.4.1). MYCN-

amplification (MNA) in neuroblastoma and its impact on prognosis has been known since 

1984 [105, 106]. MNA correlates strongly with advanced disease and treatment failure [107].  

Hemizygous loss of large segments on chromosome 11q defines another major genetic 
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subtype of high-risk neuroblastoma, and unbalanced deletions of 11q- material are 

independently prognostic for outcome [108]. MNA and loss of 11q are strong inversely 

correlated and can be found in about 70 % of metastatic tumors. Typically, both genetic 

subtypes occur with additional genetic alteration. Loss of chromosome 1p is frequently found 

in MNA tumors, while 11q-loss is significantly associated with gain of 7q and 3p and 4p-loss. 

Gain of 17q-material is frequent in both 11q- and MNA tumors, most often caused by 

unbalanced t(11q;17q) and t(1p;17q) translocations, respectively [54, 109, 110]. Gain of 17q 

is a strong indicator of adverse outcome [111]. 

The MYCN-status and absence/presence of 11q-deletions are risk criteria in the INRGCS [18]. 

The 17q-status was not implemented in the INRG system due to lack of data in the INRG 

study patient cohort [18]. The prognostic value of 1p-deletions is still controversial. Although 

Attiyeh et al. [108] reported 1p-deletions to be independently associated with decreased 

survival in low- and intermediate-risk patients, the INRG data revealed superior overall rates 

at least in low-risk patients regardless of the 1p-status [18]. In the INRGCS, 1p-status is 

therefore not included as a prognostic discriminator. 

2.1.5.4 DNA ploidy 

In general, two main categories of cellular DNA content can be separated in neuroblastoma: 

near-diploid content, or hyperdiploid (often near-triploid) content [112, 113]. DNA content 

(or DNA index) has long been known as a predictor for chemotherapy response for 

neuroblastoma patients < 2 years of age. While hyperdiploidy or near-triploidy was associated 

with long-term survival in these patients, near-diploidy (or tetraploidy) predicted early 

treatment failure [114-116]. Genetic tumor models have suggested that less aggressive 

neuroblastoma cells have mitosis defects, resulting in gains and losses of whole chromosomes 

(numerical chromosomal aberrations) and near-triploid cells. In contrast, aggressive tumors 

are characterized by genomic instability causing unbalanced translocations and chromosomal 

rearrangements (segmental copy number alterations, see also chapter 2.1.4.2) [11, 54, 55, 

112]. The DNA index has been included in the risk assessment of disseminated 

neuroblastoma without MNA in children under 18 months [18].  

2.1.5.5 The International Neuroblastoma Risk Group Classification System (INRGCS) 

In summary, current prognostic factors applied in clinical risk assessment are stage, age at 

diagnosis, histological category and differentiation grade, MYCN- and 11p-status as well as 

tumor DNA ploidy.  
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The pre-treatment risk classification system proposed by the INRG is based on these factors 

and allows the definition of 4 risk groups: very low risk, low risk, intermediate risk and high-

risk (Figure 4). The groups were defined by event-free survival cut-offs (>85% EFS; >75% to 

≤85%; ≥ 50% to ≤75%, or <50%, respectively).  

 

Figure 4: The International Neuroblastoma Risk Group Classification System (INRGCS). Blank field = “any”; 

diploid (DNA index ≤1.0); hyperdiploid (DNA index >1.0, includes near-triploid and near tetraploid tumors); 

GN, ganglioneuroma; GNB, ganglioneuroblastoma; Amp, amplified; NA, not amplified. Modified from [18]. 

The purpose of the INRG classification system is to enable that children diagnosed with 

neuroblastoma in any country of the world can be stratified into homogenous pretreatment 

groups. This will facilitate the comparison of risk-based clinical trials conducted in different 

regions of the world [18]. 

2.1.6 Risk‐adapted treatment and prognosis 

The definition of risk-groups made it possible to conduct cooperative clinical trials with the 

aim to establish, evaluate and optimize risk-adapted treatment of neuroblastoma patients. 

Norway actively participates in the clinical trials designed by the International Society of 

Pediatric Oncology European Neuroblastoma (SIOPEN) research group. Briefly and 

simplified, patients are stratified according to the INRGCS into three treatment protocols: 

Low-risk patients (L1) without MNA are treated according to the LNESG2 protocol by 

surgery alone. L1-patients with MNA, L2- and MS-patients without MNA, and M-patients 

younger than 18 months without MNA were treated according to the LINES protocol. The 
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LINES protocol contains several treatment subgroups in which intensity gradually increases 

from observation alone to combinations of chemotherapy, surgery and irradiation. High-risk 

patients, except those with localized disease, were treated according to the HR-NBL-1 

protocol, one of the most aggressive treatment protocols in pediatric oncology. It combines 

rapid multidrug chemotherapy cycles, tumor surgery, irradiation, high-dose chemotherapy 

with autologous hematopoietic stem cell rescue, and differentiation-inducing treatment with 

13-cis retinoic acid ([50], and chapter 2.1.3). Very recently, immunological targeting of 

residual tumor cells by a combination of subcutaneously injected monoclonal antibodies 

against a neuroblastoma surface antigen (anti-GD2 antibody) and concomitant stimulation of 

the patient’s immune system by interleukin-2 [117] has been implemented into the protocol 

treatment. Immunotherapy against resistant tumor cells either by antibody-based strategies 

[13, 117-120] or haploidentical stem cell transplantation [121] has shown promising results 

for refractory and relapsed disease. 

The 5-year event-free survival (EFS) and overall survival (OS) rates for the complete INRG 

study population of 8.800 neuroblastoma patients was 63% and 70%, respectively [18]. 

Adrenal primary tumor site had significantly worse EFS than other primary sites.  Survival 

rates varied substantially between patients of INSS stages 1,2,3,4S (OS 91% ± 1%) and stage 

4 (OS 42% ± 1%). Disseminated disease with MNA in the tumors showed worst prognosis, 

with OS rates between 22-29%, regardless of age [18]. In contrast, disseminated 

neuroblastomas without MNA in children below the age of 12-18 months have a superior 

prognosis with OS rates exceeding 90 % [18, 122].  

2.1.7 Mass screening  

The dichotomized prognosis of neuroblastoma, with superior survival rates for young patients 

with localized disease contrasted by the poor prognosis for older children with often 

metastasized disease and unfavorable biological features, initiated mass screening studies in 

the 1980-1990s to clarify if long-term survival of high-risk patients can be improved when 

tumors were detected earlier in the course of disease [15, 16, 123, 124]. Mass screening was 

performed by the investigation of urine samples for tumor-secreted catecholamines [123]. In 

fact, screening detected primarily tumors with biological favorable near-triploid DNA content 

that are prone to spontaneous differentiation or can be cured with minimal therapeutic 

interventions [125]. Mass screening at the age of 6 or 12 months increased the incidence of 

neuroblastoma [124], but not long-term survival [16, 17, 126], indicating that aggressive 

tumors either develop de novo at later ages, or have aggressive courses even when detected 
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early. The results from these mass screening studies support the model that neuroblastoma is 

separated into two biological subgroups: favorable tumors in younger children, and tumors 

with unfavorable biology in older children, where the former rarely evolves into aggressive 

types [19]. However, the occurrence of tumors with both numerical and segmental aberrations 

may indicate the possibility for tumor transition (see chapter 2.1.4.2). By now, there is no 

clear indication from prospective studies for population-based mass screening; however, 

screening at the age of 18 months may prove beneficial in prospective studies [68]. 

2.2 MicroRNAs 

MicroRNAs (or miRNAs) are an abundant class of genome-encoded, endogenous, small non-

protein-coding RNA molecules that negatively regulate protein expression in cells [127]. The 

first miRNA, lin-4, was discovered in 1993 in the nematode C.elegans [128, 129]. Since that 

time, miRNAs have been discovered in nearly every organism, from plants and simple 

multicellular organisms to flies, vertebrates and humans. MiRNAs are annotated and 

catalogued in the public-accessible web-based database miRBase (www.mirbase.org)[130-

134], which was founded at the Sanger Institute in England and is now managed by the 

University of Manchester. The current miRBase release 17 (april 2011) annotates 19724 

mature miRNAs in 153 species, including 1719 mature human miRNAs. In humans, the total 

number of annotated mature miRNA sequences has thereby increased by 43% compared to 

the previous release (2010), emphasizing that the complete mapping of all human miRNAs is 

still in progress.  

The biogenesis of miRNAs is a complex multi-step process that starts in the nucleus and ends 

in the cytoplasm of cells (Figure 5; reviewed in [135-138]). Most miRNAs are transcribed as 

long monocistronic or polycistronic primary transcription units (primary miRNA or pri-

miRNA) by RNA polymerase II. Typically, a pri-miRNA is characterized by a hairpin 

structure, containing a double-stranded (ds) RNA stem of ∼33 base pairs (bp), a terminal loop, 

and single-stranded (ss) RNA flanking regions. The stem-loop structure contains the miRNA 

in the 5’ or 3’ half of the stem. The pri-miRNA is cleaved in the nucleus by a protein complex 

(the “microprocessor complex”) consisting of several proteins including the RNase III 

enzyme Drosha and its co-factor DGCR8. DGCR8 functions as a molecular anchor and 

defines the binding site for the microprocessor, while Drosha cleaves the RNA approximately 

11 bp from the ss-dsRNA junction, producing the shorter, ∼ 65-70-nucleotide long hairpin 

pre-miRNA.  
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Following completion of this nuclear processing step, the pre-miRNA is exported from the 

nucleus to the cytoplasm by Exportin-5. Here, the pre-miRNA is cleaved by another RNAse 

III enzyme called Dicer. Dicer cleaves ∼22 nt from the pre-existing end of the pre-miRNA, 

producing ∼22 nt double-stranded RNA molecules. One of the two strands (the guide strand 

or mature miRNA) is, selected upon thermodynamic properties, loaded on an Argonaute 

(Ago) protein, the main constituent of the RNA-Induced Silencing Complex (RISC). The 

other strand (passenger strand) is degraded. The mature miRNA sequence guides the RISC 

complex to recognize and target partial complementary mRNA sequences, primarily within 

the 3’-untranslated region (3’UTR)[136-138]. 

 

Figure 5: Schematic overview over miRNA biogenesis (from [135], with permission) 

Expressional changes of even single miRNAs have profound effects on the protein 

composition in cells [139, 140]. The degree of complementarity between the mature miRNA 

sequence and the target mRNAs determines the mechanism responsible for blocking gene 

expression. Near-perfect pairing, as it is mainly found in plants, causes mRNA destruction 

through Ago-catalyzed mRNA cleavage [141, 142]. In vertebrates, miRNA-mRNA 

interactions are most often through imperfect base pairing [127]. Here, the precise 
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mechanisms behind miRNA-mediated gene silencing is still scientifically debated [143]. 

Destabilization of the mRNA by de-adenylation, de-capping and rapid degradation through 

standard mRNA-turnover processes (“mRNA-destabilization scenario”) seems to be the 

mainstay of miRNA-mediated protein repression [144]. In addition, translational repression 

through blocking translation initiation, or a combination of both mechanisms, is an 

established mechanism to block protein expression [140, 143].  

Different types of miRNA target sites have been identified [145]. In general, target sites are 

characterized by a varying degree of complementarity to the miRNA sequence, and often 

evolutionary conserved between different species (reviewed in [127]).  As shown by studies 

where single nucleotides in miRNA sequences were systematically mutated, sites with as little 

a seven base-pairs of complementarity at the 5’end of the miRNA were sufficient to repress 

the predicted mRNA target in vivo [145]. This complementary sequence at the 5’-position 2-7 

of the miRNA is called “seed”, and is the key determinant for miRNA specificity [146, 147]. 

Four variants of the 6-nt-seed have been identified (Figure 6): the 7mer-m8 site, which 

comprises the seed match supplemented by a match to miRNA nucleotide 8; the 7mer-A1 site, 

which comprises the seed match supplemented by an A across miRNA nucleotide 1; the 8mer 

site, which comprises the seed match supplemented by both the m8 and the A1; and a site 

with only 6 nt perfectly matching (6mer site) [147], resulting in a hierarchy of site efficacy: 

8mer > 7mer-m8 > 7mer-A1 > 6mer [148].  

 

Figure 6: Types of miRNA target sites (adapted from [127, 149]) 

In addition to the seed sequence, complementarity at the 3’-end can both compensate for a 

single mismatch in the seed (3’-compensatory site), as well as increase affinity of the miRNA 

(3’-supplementary sites)[148]. 

The miRNA nomenclature is managed by miRBase and has been slightly changed with up-

coming releases of the database. In general, miRNA names start with a 3-4-letter prefix to 

designate the species (e.g. hsa- for homo sapiens miRNAs). They are further assigned by a 
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three-letter prefix, such as miR- or let-, followed by a sequential number (e.g., miR-1). By 

definition, the mature miRNA is labeled “miR” [132], while the precursor is labeled “mir”; 

however, this discrimination is not stringently used in the literature, and it has been 

recommended to use “mature” or “precursor” when a clear distinction is necessary. Identical 

miRNAs transcribed from different genes are given a numeric suffix, e.g. miR-1–1 and miR-

1–2. Very similar miRNAs (paralogous miRNAs), often sharing the same seed sequence, are 

designated as a “miRNA family” (e.g. mir-29 family) and discriminated by numeric and letter 

suffixes (e.g. mir-29a, mir-29b, mir-29c) [150]. In some cases, two mature miRNAs are 

processed from the same stem-loop precursor, one from each arm, and are accordingly 

designated by an additional suffix “-5p” (for that released from the 5’-arm) and “-3p” (for that 

released from the 3’-arm); e.g., miR-199a-5p and miR-199a-3p. The star-forms (miR*), 

previously used for minor forms, have been “retired” according to the latest nomenclature 

convention [134].  

MiRNA clusters are polycistronic transcription units consisting of several miRNAs located in 

close proximity. In the human genome, more than 85 % of all miRNAs are located within 

intronic regions, while the rest are located within exons [151]. 

As miRNAs tend to target many different mRNAs, and each mRNA may contain several to 

hundreds of different miRNA binding sites, it is obvious that the miRNA-mRNA regulatory 

network is extremely complex. It has been estimated that 30-60 % of all human genes are 

regulated by miRNAs [147, 149]; others suggest that small RNAs, including miRNAs, will 

have the potential to regulate all human genes [137]. A plethora of more than 2.000 review 

articles on miRNA and 20.000 original research papers indexed in PubMed illustrate the 

broad implication of miRNAs in more or less all aspects of cellular function. Established roles 

for miRNAs are their involvement in the development of organisms and organs, in cellular 

processes like proliferation, differentiation, signal transduction and apoptosis, in cell fate 

decisions and immunological defense of viral attacks (reviewed in [138, 152]). As a 

consequence of this broad function, miRNA biogenesis has to be tightly controlled. 

Deregulated miRNA expression has been associated with a diversity of diseases, including 

cancer; a fact attributed in the term “oncomirs” for cancer-related miRNAs. MiRNA 

transcription is regulated by several transcription factors, including oncogenes like c-MYC 

[153, 154] and MYCN (see chapter 2.3), and tumor suppressors like p53 [155].  
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2.3 MicroRNAs, N‐myc and neuroblastoma 

2.3.1 Studying N‐myc and miRNA expression – general aspects 

The two very first studies investigating the role of N-myc on miRNA expression in 

neuroblastoma tumors were published by Chen and Stallings in 2007 [156] and Schulte et al. 

in 2008 [157]. Both studies profiled the miRNA expression in a smaller set of primary tumors 

(18 and 24 tumors including 6 and 7 with MNA, respectively) to define differentially 

expressed miRNAs between the MNA and non-amplified groups. Using miRNA-specific 

real-time PCR, Chen and Stallings profiled 157 known miRNAs and reported mainly down-

regulation of miRNA expression in MNA tumors (26 out of 31 differentially expressed 

miRNAs). In contrast, Schulte et al. used a microarray approach, supplemented by real-time 

PCR validation, to profile 384 miRNAs and found exclusively up-regulation of miRNA 

expression (14 miRNAs) in their MNA tumor samples. Among these were several members 

of the oncogenic mir-17-92 cluster as well as four of the five up-regulated miRNAs reported 

by Chen and Stallings.  

The effect of N-myc on miRNA expression was in both studies further investigated by 

altering MYCN expression in neuroblastoma cell lines. Chen and Stallings used anti-MYCN 

siRNA technology to repress MYCN expression in MNA Kelly cells and reported mainly up-

regulation of miRNA expression. The in vitro experimental system used by Schulte et al. is 

based on ectopic over-expression of MYCN cDNA in non-amplified SH-EP cells (SH-EP 

MYCN-ER). Here, they observed up-regulation of 11 miRNAs, 7 of which were also up-

regulated in their MNA tumor samples. Surprisingly, two miRNAs, mir-92 and let-7b, both 

differentially expressed in the experimental cell line models, were correlated to MYCN 

expression in opposite ways in these studies.   

The discrepancies between these two pioneer studies illustrate general methodological 

challenges when studying miRNA expression in neuroblastoma:  

(1) Tumor sample size. The heterogeneous genetic background of neuroblastoma tumors 

requires large tumor sets to delineate miRNA expression signatures for complex genetic 

subgroups. In one of the largest miRNA profiling studies in neuroblastoma so far, Bray et al. 

profiled 430 miRNAs in a total of 145 primary neuroblastoma tumors, including 36 with 

MNA [158]. They found both up- and down-regulated miRNAs (14 and 23, respectively) 

when MNA tumors were compared to non-amplified tumors. Importantly, they also 

determined large-scale genomic gains and losses in each tumor by array-CGH and correlated 
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the genomic localization of differentially expressed miRNAs to chromosomal gains and 

losses. About 15 % of all detectable miRNAs changed expression as a result of chromosomal 

imbalances in the tumors, highlighting that gains or losses of miRNA encoding regions 

contribute significantly to miRNA dysregulation in neuroblastoma, in addition to N-myc 

overexpression.  

(2) MYCN expression.  Experimental systems using MYCN induction or knockdown do not 

reflect two sides of the same coin, but initiate two distinct biological processes, where the 

former results in cell cycle progression and proliferation, while the latter in differentiation and 

apoptosis.  

(3) Profiling platforms. The nature of miRNAs (small size and base-paired structure) poses a 

challenge for miRNA detection techniques [159]. Different technical platforms, like northern 

blotting, high-throughput real-time PCR-techniques, microarray analyses or next-generation 

sequencing, may therefore generate partially diverging expression profiles, mandating 

confirmation between the platforms. 

(4) Number of miRNAs. The number of investigated individual miRNAs varies between 

studies, especially over time, not least because the overall number of identified miRNAs (and 

other small RNA molecules) in the human genome is still increasing. Profiling studies based 

on ultra-deep next-generation sequencing of the total small RNA transcriptome in 

neuroblastoma [160] have the potential to provide ultra-specific and absolute miRNA 

expression data in future studies.  

(5) Functional confirmation. Differential miRNA expression data should be supported by 

functional studies in vitro and in vivo to prove biological relevance of each individual miRNA.  

2.3.2 N‐myc induces miRNA expression – the mir‐17‐92 cluster 

In 2008, Fontana et al. published the first comprehensive functional study on a MYCN-

regulated miRNA cluster – the mir-17-92 cluster [161].  It is transcribed as a polycistronic 

unit from chromosome 13, and comprises 7 individual miRNAs (mir-17, mir-18a, mir-19a, 

mir-19b, mir-20a, mir-92a). Fontana et al. confirmed the observation made by Schulte et al. 

[157], showing that miRNAs of the mir-17-92 cluster are higher expressed in tumors and 

neuroblastoma cell lines with high N-myc expression. By the use of chromatin 

immunoprecipitation (ChIP), they validated direct binding of N-myc to several E-box motifs 

in the mir-17-92 promoter and demonstrated transcriptional activation in luciferase reporter 

gene assays. Moreover, Fontana et al. shed light on the functional consequences of mir-17-92 
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over-expression in MNA neuroblastoma cells: the tumor suppressor p21 (CDKN1A) was 

shown to be targeted by mir-17, and over-expression of mir-17 in non-amplified cells 

increased proliferation, colony-formation and in vivo tumor growth. Vice versa, inhibition of 

mir-17 by antagomirs in MNA cells decreased proliferation and tumorigenesis, and increased 

p21 expression. Surprisingly, antagomir-17 increased apoptosis in neuroblastoma cells; an 

effect not attributable to increased p21. Instead, mir-17 was found to additionally target BIM 

(BCL2 Interacting Mediator of cell death, or BCL2L11), a pro-apoptotic BH3-only member 

of the BCL2 (B-Cell Lymphoma 2) family. In conclusion, Fontana et al. proposed that mir-17 

functions as a major effector of MYCN-mediated tumorigenesis, by targeting p21 while at the 

same time protecting MNA cells from N-myc induced apoptosis through translational 

inhibition of BIM.  

Other studies have confirmed direct binding of N-myc to the mir-17-92 promoter [162, 163], 

as well as a positive correlation between expression of MYCN and members of the mir-17-92 

cluster in primary tumors and/or neuroblastoma cell lines [22, 158, 160, 162, 164-168]. As 

miRNAs simultaneously target a variety of different mRNAs, it became clear that activation 

of the mir-17-92 cluster enables N-myc to turn multiple cellular processes towards malignant 

transformation. In 2009, Beveridge et al. showed that mir-17 and mir-20a target three 

differentiation-associated genes in neuroblastoma cells; BCL2, MEF2D (Myocyte Enhancer 

Factor-2D) and MAP3K12 [169]. Another differentiation-associated protein, the estrogen 

receptor-α (ESR1), was also recently reported to be a target for miRNAs of the mir-17-92 

cluster [162]. ESR1 is expressed in fetal sympathetic ganglia during human neuronal 

development and has been shown to be inversely correlated to MYCN expression in 

neuroblastoma tumors [162]. Loven et al. demonstrated that mir-18a and -19a target ESR1, 

providing a mechanism on how N-myc regulates ESR1 expression [162]. Notably, Loven et 

al. showed that N-myc also binds to E-boxes of the mir-17-92 paralogous miRNA clusters 

mir-106b-25 (chromosome 7) and mir-106a-363 (chromosome X), enabling a concerted 

action of N-myc-activated miRNAs to synergize N-myc functions.  

In a genome-wide proteome analysis, Mestdagh et al. used a tetracycline-inducible mir-17-92 

expression system in non-amplified neuroblastoma cells (SHEP-TR-miR-17-92) to show that 

144 proteins were down-regulated upon mir-17-92 induction, including multiple key effectors 

along the TGF-β signaling cascade [170]. Both TGF-beta receptor type II (TGFBR2) and 

Smad2/Smad4 were shown to be direct targets of mir-17/20 and mir-18a, respectively. 
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Interestingly, TGF-βresponsive genes include p21 and BIM in gastric cancer [171], both 

targets of mir-17-92 in neuroblastoma [161]. 

These studies illustrate how N-myc is able to regulate multiple steps of oncogenic processes 

through the activation of the mir-17-92 cluster (Figure 7).  

 

Figure 7: N-myc induces expression of the mir-17-92 cluster. Several miRNAs in the cluster have been 

confirmed to target genes involved in proliferation, inhibition of apoptosis and inhibition of differentiation. 

2.3.3 N‐myc induces miRNA expression – mir‐9 

Another functionally characterized miRNA positively correlated to MYCN expression is mir-9. 

This miRNA is highly expressed in the brain and other neural tissues and coordinates the 

proliferation and migration of human neural progenitor cells [172]. Recently, Ma et al. used 

an inducible MYCN expression system and genome-wide ChIP-on-chip analyses to confirm 

that mir-9 (at the mir-9-3 locus) is directly activated by N-myc and that mir-9 targets the 

tumor suppressor E-cadherin (CDH1) [165]. E-cadherin is a ubiquitously expressed 

transmembrane glycoprotein on the surface of epithelial cells, with a pivotal role for cell-cell 

adhesion of adjacent cells. E-cadherin function is frequently lost in epithelial cancers and 

associated with invasion and metastasis. In neural crest development, during the process of 

neurulation, down-regulation of E-cadherin allows the neural crest cell to detach from the 

neural tube and migrate along the migratory pathway [27]. Ma et al. found that mir-9 was 

significantly higher expressed in 23 metastasized neuroblastoma tumors (stage 4, all MNA), 

compared to 22 non-amplified tumors without metastases. They demonstrated that mir-9 
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promotes cancer cell motility and invasiveness through the suppression of E-cadherin. 

Moreover, the decrease in E-cadherin increased expression of the pro-angiogenic factor 

VEGFA through activated β-catenin signaling in the cells. The study by Ma et al. propose 

for the first time a model on how N-myc might be able to contribute to metastasis formation 

through the activation of a single microRNA (Figure 8). 

 

Figure 8: Model for N-myc – mir-9 – E-cadherin pathway involved in neuroblastoma metastasis. 

2.3.4 N‐myc induces miRNA expression – mir‐421 

In 2010, a link between disturbed double-strand break (DSB)-induced DNA damage response 

and an N-myc-activated miRNA was reported by Hu et al. [173]. The authors found increased 

expression of mir-421 co-varied with reduced levels of ATM (ataxia-telangiectasia mutated 

kinase) in MNA neuroblastoma cell lines. With the use of a luciferase reporter assay, mir-421 

was shown to directly target the 3’UTR sequence of ATM.  They further demonstrated that N-

myc binds to the promoter region of mir-421 to enhance its expression. This establishes a 

linear signaling pathway (N-myc – mir-421 – ATM) explaining how N-myc negatively 

regulates ATM expression. ATM is a tumor suppressor that transduces the DSB damage 

signals to down-stream effectors of the DNA repair machinery during cell cycle checkpoints 

at G1-S and intra-S phase. Impaired ATM activity leads, most often through gene mutations, 

to genomic instability and predisposes for cancer transformation, especially after radiation 

exposure [174].  In conclusion, this study showed a new mechanism for ATM dysregulation 

related to neuroblastoma tumorigenesis.  
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2.3.5 N‐myc is predominantly a repressor of miRNA expression 

Although several miRNAs have been documented to positively correlate with MYCN 

expression, there is now growing evidence that N-myc predominantly acts repressive on the 

overall miRNA composition in MNA neuroblastoma cells [22, 156, 158, 167, 168, 175] and 

upon N-myc induction in non-amplified neuroblastoma cells [162]. Lin et al. profiled the 

expression of 162 miRNAs in 66 primary neuroblastoma tumors (including 13 with MYCN-

amplification) and found a nearly global down-regulation of miRNAs in high-risk tumors, 

especially in those with MYCN-amplification [175]. The authors hypothesized that 

dysregulation in Dicer and/or Drosha, key enzymes in the miRNA processing pathway, may 

contribute to the widespread miRNA down-regulation. Indeed, both Dicer and Drosha were 

lower expressed in stage 4 tumors compared to other stages, with the most strikingly 

differential expression between stage 4 and stage 4S. This suggests that repression of 

miRNAs may be involved in tumor progression.  

2.3.6 N‐myc‐regulated tumor suppressor miRNAs in neuroblastoma 

Chen and Stallings found that mir-184 was significantly down-regulated in MNA tumors and 

up-regulated upon MYCN-knockdown in a MNA neuroblastoma cell line [156]. 

Overexpression of mir-184 reduced cell viability of both MNA and non-amplified cell lines 

through the induction of apoptosis and G1 cell cycle arrest. A follow-up study by Foley et al. 

confirmed the inverse correlation between N-myc and mir-184 in primary tumors and showed 

that inhibition of mir-184 by antagomir treatment increased proliferation of neuroblastoma 

cells [176]. Moreover, they demonstrated that mir-184 directly targets AKT2 (Protein kinase 

B beta). AKT2 is a down-stream effector of the phosphatidylinositol 3-kinase (PI3K) pathway, 

one of the most potent pro-survival pathways in cancer. Activation of AKT is associated with 

poor prognosis in neuroblastoma [177]. Finally, Tivnan et al. used an in vivo murine 

xenograft model where mir-184-transfected MNA or non-MNA neuroblastoma cells were 

orthotopically injected into CB-17/SCID mice [178]. Tumors arising from mir-184-

transfected cells were smaller than the controls, and mice survived longer. In summary, these 

comprehensive studies clearly established MYCN–regulated mir-184 as a tumor suppressor in 

neuroblastoma.  

Another tumor suppressor miRNA repressed by N-myc is mir-542-5p.  Several studies have 

shown an inverse correlation between mir-542-5p and MYCN-amplification in primary tumors 

[22, 158, 160, 179]. In a large-scale profiling study of 430 miRNAs in 69 primary tumors, 

Schulte et al. found increased expression of 4 miRNAs in MNA tumors while 35 miRNAs 
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were repressed, including mir-542-5p [22].  Mir-542-5p expression was found to be 

predictive for outcome, with a significantly higher expression in patients with event-free 

survival compared to relapsed patients. Bray et al. profiled the expression of 449 miRNAs in 

145 neuroblastoma tumors and correlated mir-542-5p expression to clinical data [179]. 

Expression of mir-542-5p was non-randomly distributed among tumor genetic subtypes, with 

lowest expression in MNA tumors (77 % completely lacking expression) and highest 

expression in stage 1,2,3 and 4S tumors. Patients with tumors lacking mir-542-5p expression 

had the poorest prognosis, independently of the MYCN status in the tumors [22, 179]. Bray et 

al. further demonstrated that mir-542-5p overexpression in MNA and non-MNA 

neuroblastoma cells reduced invasiveness in vitro, and restricted tumor growth and metastasis 

in vivo when cells were orthotopically injected into mice.  

2.3.7 Genome‐wide analysis of N‐myc‐regulated miRNAs 

So far, only two studies have used a next-generation sequencing approach to analyze 

activation or repression of miRNAs by N-myc on a genome-wide basis [160, 168]. Schulte et 

al. used ultra-deep SOLiD sequencing to compare the total small RNA transcriptome in 5 

unfavorable MNA tumors with 5 favorable non-MNA tumors [160]. Analyzing the absolute 

number of miRNA reads, there was a trend toward a higher proportion of mature miRNAs in 

the favorable patient group, indicating a possible global suppression of miRNA transcription 

in MNA tumors. Expression data of 204 miRNAs were validated by RT-qPCR with good 

correlation between the technical platforms. The SOLiD sequencing data confirmed 

previously data on differential expression in MNA versus non-MNA tumors, including the 

mir-17-92 cluster and mir-181 (positive N-myc-correlation) and mir-542-5p (nearly absent in 

MNA tumors). In total, 76 miRNAs were differentially expressed between MNA and non-

MNA tumors (43 up-regulated and 33 down-regulated). Next-generation sequencing allowed 

the discovery of several new miRNAs in neuroblastoma and revealed insight into miRNA 

editing and distribution of mir-5p/-3p and mir* forms. In addition, cluster analysis was able to 

exactly separate the two clinical outcome groups based on their differential miRNA 

expression, indicating that the miRNA transcriptome reflects tumor aggressiveness [160].  

Very recently, Shohet et al. performed a genome-wide study of N-myc binding sites in 

promoters driving miRNA expression in neuroblastoma [168]. Using a combination of ChIP 

and Massively Parallel Sequencing (ChIP-seq) in a neuroblastoma cell line with inducible N-

myc expression, they identified 20 gene promoters, hosting a total of 30 miRNAs, to which 

N-myc specifically bound to E-box motifs.  The majority of host genes that were correlated 
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with survival were down-regulated by high N-myc levels, suggesting a tumor suppressor 

function for these host genes as well as the co-expressed intronic miRNAs. However, 

functional studies of two MYCN-regulated intronic miRNAs (mir-591 and mir-558) identified 

tumor suppressor functions for mir-591 as expected, while mir-558 was reported to function 

as an oncomir. These data are supportive for the hypothesis that N-myc has to restrain growth 

as well as to promote it during the processes of tumor initiation and tumor transformation 

from neural crest cells to undifferentiated malignant tumor cells [168]. 

2.3.8 C‐myc/N‐myc‐induced miRNAs repress gene networks 

In a large-scale miRNA expression study, Mestdagh et al. profiled the expression of 430 

miRNAs in 95 neuroblastoma tumors and delineated a signature of 50 unique miRNAs 

differentially expressed between MNA and MYCN single-copy tumors (16 up-regulated and 

34 down-regulated miRNAs) [167]. Interestingly, the miRNA signature further delineated 2 

distinct tumor sub-groups within the MYCN single-copy group: tumors with high or low c-

myc expression. The three tumor groups defined by the 50-miRNA signature correlated well 

with the clinical stage and prognosis. Mestdagh et al. concluded that MYCN/c-MYC 

signaling rather than MYCN-amplification alone underlies the differential expression of 

miRNAs in neuroblastoma. To identify mRNA targets down-stream of the MYCN/c-MYC-

regulated miRNAs, they integrated mRNA and miRNA expression data sets from 40 

neuroblastoma tumors and calculated correlations between each of the 50 miRNAs and 

around 15 000 mRNAs. In the group of mRNAs with inverse miRNA correlation, significant 

3’UTR seed enrichment was only found for the 16 N-myc-activated miRNAs, indicating that 

these miRNAs have a widespread effect on differential gene expression in high-risk 

neuroblastoma. One third of the mRNAs were predicted targets of two or more MYCN/c-

MYC-activated miRNAs, indicating a concerted action towards target gene suppression. Low 

expression of predicted mRNA targets in the tumors correlated with a particular poor patient 

prognosis. MYCN/c-MYC-activated miRNAs were predicted to repress several pathways 

known to be involved in neuroblastoma, including integrin signaling.  In summary, the study 

by Mestdagh et al. comprehensively demonstrated widespread transcriptional repression of 

coding genes by MYCN/c-MYC through miRNA induction, serving as an additional 

mechanism of MYCN/c-MYC induced oncogenicity. 

2.3.9 MiRNA expression and neuroblastoma differentiation 

Several studies have used retinoic acid (RA)-treatment of MNA neuroblastoma cells as a 

model system to investigate the role of miRNAs during MYCN knockdown followed by 
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neuronal differentiation [156, 180-184]. During RA exposure of MNA neuroblastoma cells, 

N-myc is immediately down-regulated prior to the onset of morphological differentiation 

([185], and chapter 2.1.3). Several individual miRNAs whose expression is changed during 

RA-induced differentiation have been functionally characterized.  Mir-152 was found to 

target DNMT1 (DNA methyltransferase 1)[180]. Diminished DNMT1 leads to decreased 

promoter methylation, allowing transcriptional activation of target genes like NOS1 (nitric 

oxide synthetase), a pro-differentiation signaling molecule. Strikingly, mir-152 was found to 

be repressed by N-myc in an N-myc-repressible in vitro cell system, consistent with the 

model of RA-induced N-myc repression and consecutively up-regulation of mir-152 during 

the differentiation process. Mir-10a/b was up-regulated during RA-treatment of both MNA 

[181] and non-MNA [186] neuroblastoma cells. Mir-10a/b was shown to target NCOR2 

(nuclear receptor corepressor 2), and both exogenous overexpression of mir-10a/b as well as 

siRNA-mediated knockdown of NCOR2 in MNA neuroblastoma cells resulted in 

phenotypical changes compatible to RA-treatment, including indirect reduction of N-myc 

levels [181].  Mir-9 and mir-125, up-regulated upon RA-treatment, target t-TrkC, a truncated 

form of TrkC (tropomyosin-related kinase C). Truncated-TrkC in turn abrogates the function 

of full-length TrkC whose expression in primary tumors is correlated with good prognosis.  

Thus, in the context of differentiation, mir-9 seems to have onco-suppressive and pro-

differentiation properties. On the other hand, as highlighted before, mir-9 is directly activated 

by N-myc with pronounced oncogenic properties in proliferating neuroblastoma cells [165].  

Laneve et al. demonstrated that during RA-differentiation and consecutively decreasing N-

myc activity, the mir-9 promoter is activated through phosphorylation of CREB and dismissal 

of repressing REST [187]. These studies illustrate that the same miRNA may exhibit 

opposing effects during distinct cellular processes, as a consequence of diverse promoter 

activation and executed by a different set of miRNA targets. 

2.3.10 MYCN is targeted by miRNAs 

Finally, MYCN itself is targeted by miRNAs. The functionally best characterized MYCN-

targeting miRNA is mir-34a [188, 189], which is located at chromosome 1p36, a region 

frequently deleted in MNA neuroblastoma tumors [11]. MiRNA-regulation of MYCN has 

been the topic of paper II and is further discussed in chapter 6.3.  
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3 Aims 
 

As outlined, MYCN-amplification (MNA) has a strong impact on survival in neuroblastoma. 

However, it is still not completely understood how N-myc contributes to the aggressive 

phenotype. MiRNAs are regulators of gene expression and, when deregulated, involved in 

cancer development. Therefore, the thesis addressed the following general questions:  

 

1. How does the proto-oncogene MYCN influence the expression of miRNAs in 

neuroblastoma?  

For this purpose, we used an approach where we transiently down-regulated N-myc 

expression in MNA neuroblastoma cells by anti-MYCN shRNA, and analyzed 

subsequent changes in miRNA expression by miRNA microarray studies. The results 

are published in paper I.  

The establishment of anti-MYCN shRNA is described in a method paper (appendix). 

 

2. Are miRNAs, in turn, regulators of MYCN expression in neuroblastoma?  

For this purpose, the MYCN 3’UTR was systematically screened for miRNA binding 

sites. Validated MYCN-regulating miRNAs were functionally characterized. The 

results are published in paper II.  

 

3. What are targets and cellular functions of N-myc-regulated miRNAs?  

We focused on mir-92, which is regulated by N-myc (paper I) and belongs to the 

oncogenic mir-17-92 cluster, and experimentally investigated its predicted role to 

target the tumor suppressor DKK3. The results are published in paper III.
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4 Material and methods 

4.1 Standard methods 

The following methods are regarded as standard methods in molecular and cellular biology, 

and therefore not discussed in detail in this thesis, but thoroughly described in each paper: 

Cell culture techniques; cloning of expression plasmids; sequencing; transfection of cells with 

Lipofectamin; retroviral transduction of cells; qualitative and quantitative real-time RT-PCR; 

Western blotting; ELISA test; Alamar blue cell proliferation assay; clonogenic assay; 

flowcytometric cell cycle analysis. 

4.2 Cell lines 

The following cell lines were used in paper I, II and III: MNA neuroblastoma cell lines: 

Kelly (N206); SK-N-BE(2); SMS-KCN; SMS-KCNR; SMS-KANR; IMR-32, LAN-5. Non-

MNA NB cell lines: SK-N-AS; SH-SY-5Y; SK-N-SH. 

SH-EP-Tet21N cells are non-MNA neuroblastoma cells stably expressing high MYCN levels 

under the control of a tetracyclin repressor, meaning that the addition of tetracyclin, or its 

more stable homologue doxycycline, to the culture media switches-off MYCN expression 

[190]. 

In paper II and III, the human embryonic kidney cell lines HEK293 was used in luciferase 

reporter assays. 

4.3 Patient tumor samples  

For paper II and III, we received genomic DNA from neuroblastoma tissue samples obtained 

during surgery (biopsy) from neuroblastoma patients treated at the University Hospitals in 

Gothenburg and Stockholm, Sweden. Patient samples did not include patients’ identification, 

but information about the MYCN status in the sample. Use of the material was approved by 

the ethical committees of the institutions (Karoliniska Institute, Gothenborg University).  

4.4 Design of anti‐MYCN shRNA molecules 

The design, cloning, validation and cellular effect of anti-MYCN shRNA is described in detail 

in the appendix paper Henriksen JR, Buechner J, Lokke C, Flaegstad T, Einvik C: Inhibition 
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of gene function in mammalian cells using short-hairpin RNA (shRNA). Methods Mol 

Biol 2011, 703:189-204. In paper I, we used the anti-MYCN shRNA aMN-887. In paper III, 

the retrovirally transduced shRNA aMN-1658 was used [52]. 

4.5 Computational miRNA target prediction 

MiRNAs are only partially complementary to respective target mRNAs. The identification of 

miRNA target sequences in the genome is therefore challenging. For this purpose, several 

bioinformatics algorithms have been developed and build the basis for public available 

miRNA target prediction software programs (reviewed in [191]). Common for all algorithms 

is the inclusion of several known miRNA target site features to recognize miRNA target sites 

in the genome. These features include: seed site characteristics (e.g. 6-8mers, pairing in the 

3’part of the miRNA, see chapter 2.2); site location (e.g. within a 3’UTR structure); 

conservation of the miRNA and the corresponding target site across species; site accessibility 

(e.g. secondary structure of the 3’UTR); the existence of several target sites within the same 

UTR; and plausible correlation between miRNA- and mRNA expression profiles (all 

reviewed in [191]). None of the currently available prediction programs incorporate all these 

features in their algorithms. Therefore, to increase specificity of the prediction, it is 

reasonable to intersect results from one prediction with results from other prediction programs.  

In paper II, we combined three miRNA target prediction programs, TargetScan 5.1 [146] 

(www.targetscan.org), MiRanda [192] (www.microrna.org) and PicTar [193] 

(http://pictar.mdc-berlin.de) to identify MYCN-targeting miRNAs. Predictions from 

TargetScan, which uses site and miRNA conservation across different species as selection 

criteria, were intersected with the predictions from the MiRanda and PicTar programs. In 

paper III, TargetScan was combined with MicroCosm [132] (formerly mirBase target, 

http://www.ebi.ac.uk/enright-srv/microcosm/htdocs/targets/v5) and Diana MicroT v.3.0 [194] 

(http://diana.cslab.ece.ntua.gr/microT/). 

4.6 MiRNA microarrays 

In paper I, we performed 2 independent miRNA expression studies on SK-N-BE(2) cells 

transfected either with a plasmid containing the anti-MYCN shRNA aMN-887, or a control 

shRNA. As these transfections were of transient nature, cells were harvested three days after 

transfection; a time-point when MYCN expression is knocked down and neuronal 

differentiation becomes morphologically apparent (appendix paper). Total RNA was 
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isolated with the miRVana miRNA isolation kit (Ambion) according to the manufacturer’s 

instructions. The miRNA microarray assay started with 10 ng total RNA.  

We used a commercial miRNA microarray service provider (lcsciences.com) to perform the 

microarray analyses, as this method is not yet established at the University of Tromsø. The 

technical details of the assay, including miRNA enrichment, fluorescent dye labeling and 

hybridization conditions, are described elsewhere [195]. LCSciences uses γParaflo 

Microfluidic Biochips.  Compared to spotted microarrays, microfluidic chips have the 

advantage that the miRNA detection probes are synthesized by photochemistry directly in the 

microchambers that will be flooded with the custom RNA sample (see www.lcscience.com). 

This miRNA synthesis step immediately prior to each array experiment always guarantees the 

latest Sanger miRNA set to be investigated, and allows adding of custom small RNA probes.  

The data analysis of the microarrays was part of the provider service, as this is a complex and 

highly expertise-demanding process, which includes subtraction of the background and a 

normalization step. After normalization, the p-values of the difference between the two 

fluorescent signals were calculated. Differentially expressed miRNAs were those with a p-

value <0.01 in at least 50% of the array replicates (more details in paper I).  

Microarray results were confirmed by miRNA-specific RT-PCR on the same RNA 

preparation as used on the microarray, as part of the provider service.  

4.7 miRNA‐specific real‐time RT‐PCR 

The expression of miRNAs and small RNA control molecules (SNORD38B) in paper I and 

III were measured using the Qiagen miScript SYBRGreen PCR Kit and specific primer sets 

(Qiagen). Results were analyzed using the ΔΔCT method with qBase software [196]. 

4.8 Luciferase reporter assay (LRA) 

This assay was used in paper II and III to investigate if a miRNA binds to the MYCN and 

DKK3 3’UTR structures, respectively. For this purpose, the full-length 3’UTR structures were 

cloned into a firefly luciferase expressing plasmid (pMIR-REPORT) down-stream of the 

luciferase gene. Binding of miRNAs to the 3’UTRs will cause down-regulation of the 

luciferase activity. MiRNAs, the pMIR-3’UTR plasmids, and a plasmid expressing a Renilla 

luciferase (for luciferase normalization) were transfected into HEK293 cells. 48 hours after 

transfection, Renilla and Firefly luciferase activities were analyzed using the Dual Luciferase 
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Assay (Promega). Each miRNA transfection was done in triplets and independently repeated 

at least three times, resulting in at least nine (but up to > 30) LRAs for each individual 

miRNA. Luciferase activities were analyzed in duplicates. Normalization included two steps: 

first, the Firefly luciferase activity was normalized to the Renilla luciferase activity, and 

second, the normalized luciferase activity of transfected NC (pre-mir-346 or Negative Control 

mimic) was set as relative luciferase activity of 1. The PASW Statistics 18 software was used 

for data analyses and boxplot charts. 

4.9 Site‐directed mutagenesis 

Site-directed mutagenesis was used to specifically mutate individual miRNA seed sequence 

of selected miRNAs (paper II and III, as described in detail). Two-base mismatch mutations, 

introduced within position 2-6 of the seed, have been shown to disrupt miRNA-binding 

capacity [197]. LRAs with either wild-type or mutated seed sequences were performed and 

compared. In case of a specific miRNA-mRNA interaction, destruction of the seed will cause 

a rescue in luciferase activity and validate the binding of the miRNA. In non-rescued cases, 

we extended the mutagenesis to include a complete seed mismatch (complete position 2-7).  

4.10 Immunofluorescence confocal laser microscopy  

Morphological changes and in situ N-myc expression were evaluated by immunostaining and 

confocal laser microscopy. Confocal laser microscopy, as compared to wide-filed standard 

immunofluorescence microscopy, has the advantage to serially produce thin optical sections 

through a fluorescent-stained specimen through incremental changes in the microscope fine 

focus mechanism. The serially acquired images can be computationally merged to generate a 

stacked image with a nearly three-dimensional perspective. The specimen can be stained with 

multiple combinations of different primary antibodies and secondary fluorescent antibodies, 

which can be distinguished on the same specimen by the use of filters in the microscope 

excluding unwanted fluorescence wavelengths. As SK-N-BE(2) neuroblastoma cells develop 

long neurite outgrowths during neuronal differentiation (paper I), we had to establish a 

protocol which prevents the detachment of cells and neurites during the repeated steps of 

staining and washing, in addition to prior transfection. We cultured cells on round poly-L-

lysine coated glass slides, transfected them in six well dishes, and fixated three days after 

transfection with 4% paraformaldehyde. After permeabilization with ice-cold MeOH 

and blocking with BSA, cells were incubated with primary antibodies, and covalent bindings 

visualized by fluorescent secondary antibodies. Cell nuclei were stained with Draq5. We used 
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a Zeiss LSM500 confocal microscope, the software LSM Image Browser (Zeiss) and an 

Adobe Illustrator for image processing and preparation. 

4.11 xCELLigence cell proliferation system 

The xCELLigence System (Roche, Mannheim, Germany) monitors proliferation of cells 

continuously in real-time, without the need to incorporate any labels. The system is based on 

the measurement of electrical impedance across interdigitated micro-electrodes integrated on 

the bottom of special tissue culture plates (E-Plates, Roche). The impedance measurement 

provides quantitative information about the biological status of the cells. During proliferation, 

i.e. growth and division of cells, micro-electrodes are increasingly inter-connected, leading to 

changes of electrical impedance. These impedance changes can be calculated as a “cell index” 

that correlates to cell proliferation. An advantage of this method is the continuous, real-time 

documentation of cellular proliferation, which can be displayed as growth curves and make 

comparison of proliferation, or other growth parameters like doubling time, easily visible. As 

a prerequisite for this assay, cell density has to be optimized to insure that the cells do not 

reach confluence during the observation period. 

In paper II, we seeded Kelly cells in 160 µl media (15 000 cells per well) in 16-well E-plates 

and transfected them in triplicates 4–6 h later with 60 µl of a transfection mix containing 0.2 

µl Lipofectamine2000 and 0.6 µl miRNA mimic (20 µM). Proliferation was recorded 

automatically as cell index every 30 minutes for a minimum of 72 h. 
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5 Results 

5.1 Paper I: Brief summary 

Buechner J, Henriksen JR, Haug BH, Tomte E, Flaegstad T, Einvik C: Inhibition of mir-21, 

which is up-regulated during MYCN knockdown-mediated differentiation, does not 

prevent differentiation of neuroblastoma cells. Differentiation 2011, 81:25-34. 

 

In this study, we investigated the role of N-myc on miRNA expression in MYCN-amplified 

neuroblastoma cells. We performed a miRNA profiling study on SK-N-BE (2) cells, and 

determined differentially expressed miRNAs upon MYCN knockdown using anti-MYCN 

short-hairpin RNA (shRNA) technology. 

MYCN knockdown induced strong neuronal differentiation of the SK-N-BE(2) cells, as 

demonstrated by morphology and the expression of neuronal markers. Two independent 

miRNA microarray analyses revealed 23 miRNAs consistently differentially expressed during 

MYCN knockdown-mediated neuronal differentiation. The expression changes were 

bidirectional, with 11 and 12 miRNAs being up- and down-regulated, respectively. Among 

the down-regulated miRNAs, we found several members of the oncogenic mir-17-92 family, 

including mir-92a. Mir-21, an established oncomir in a variety of other cancer types, was 

strongly up-regulated upon MYCN knockdown and subsequent differentiation. This 

observation was therefore further investigated by functional analyses of mir-21 in the MYCN-

amplified cell lines SK-N-BE(2) and Kelly. Neither overexpression of mir-21 in the high-

MYCN neuroblastoma cells, nor repression of increased mir-21 levels during MYCN 

knockdown-mediated differentiation had any significant effects on cell differentiation or 

proliferation.  

In conclusions, we describe a subset of miRNAs that were altered during the MYCN 

knockdown-mediated differentiation of MNA-amplified neuroblastoma cells. In this context, 

N-myc acts as both an activator and suppressor of miRNA expression. Mir-21 was up-

regulated during cell differentiation, but inhibition of mir-21 did not prevent this process. We 

were unable to establish a role for mir-21 during differentiation and proliferation of the two 

neuroblastoma cell lines used in this study. 
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5.2 Paper II: Brief summary 

Buechner J, Tømte E, Haug BH, Henriksen JR, Løkke C, Flægstad T, Einvik C: Tumour-

suppressor microRNAs let-7 and mir-101 target the proto-oncogene MYCN and inhibit 

cell proliferation in MYCN-amplified neuroblastoma. Br J Cancer 2011, 105:296-303. 

 

MicroRNAs (miRNAs) regulate expression of many cancer-related genes through 

posttranscriptional repression of their mRNAs. In this study, we investigate the proto-

oncogene MYCN as a target for miRNAs.  

By genomic sequencing of the 3’-untranslated region (3’UTR) of MYCN in 7 MYCN-

amplified neuroblastoma cell lines as well as 39 primary tumors (both MYCN-amplified and 

MYCN single-copy), we found only one single nucleotide polymorphism (SNP) in the 3’UTR 

of MYCN, demonstrating that mutations in the miRNA binding sequence are rare.  

A luciferase reporter assay was used to investigate software-predicted miRNA target sites in 

the MYCN 3’UTR. The miRNAs were overexpressed in the HEK293 cell line by transfection 

of miRNA mimics or miRNA-expressing plasmids. Mutation of the potential target sites by 

site-directed mutagenesis was used to validate the MYCN 3’UTR as a direct target of several 

miRNAs.  

To measure miRNA-mediated suppression of endogenous N-myc protein, as well as effects of 

MYCN-targeting miRNAs on proliferation and clonogenic growth, miRNAs were 

overexpressed in the MNA neuroblastoma cell line Kelly.  

The study showed that MYCN is targeted by several miRNAs. In addition to the previously 

documented mir-34a/c, we experimentally validated mir-449, mir-19a/b, mir-29a/b/c, mir-

101 and let-7e/mir-202 as direct MYCN-targeting miRNAs. These miRNAs were able to 

suppress endogenous N-myc protein in MYCN-amplified neuroblastoma cells. Especially let-

7e and mir-202 were strong negative regulators of MYCN expression. The mir-101 and the 

let-7 family miRNAs let-7e and mir-202 inhibited proliferation and clonogenic growth when 

overexpressed in Kelly cells.  
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5.3 Paper III: Brief summary 

Haug BH, Henriksen JR, Buechner J, Geerts D, Tomte E, Kogner P, Martinsson T, Flaegstad 

T, Sveinbjornsson B, Einvik C: MYCN-regulated miRNA-92 Inhibits Secretion of the 

Tumor Suppressor DICKKOPF-3 (DKK3) in Neuroblastoma. Carcinogenesis 2011, 

32:1005-1012. 

 

Dickkopf-3 (DKK3) is a secreted protein of the Dickkopf family of Wnt regulators. It 

functions as a tumor suppressor in a range of cancers, including neuroblastoma. MYCN was 

recently found to down-regulate DKK3 mRNA. In this study, we investigated if the DKK3 

repression is mediated by MYCN-regulated miRNAs.  

First, we demonstrated that MYCN knockdown in MNA neuroblastoma cell lines increases 

secretion of endogenous DKK3 protein to the culture media.  

We then used miRNA target prediction software to identify MYCN-regulated miRNAs that 

could potentially target the 3’UTR sequence of DKK3. Luciferase reporter assays and seed 

mutagenesis were used to validate miRNA-DKK3-3’UTR interactions.  

Several MYCN-regulated miRNAs were predicted to target DKK3, including mir-92a and 

mir-92b (paper I), and let-7e. Luciferase expression from a reporter vector containing the 

DKK3-3`UTR was decreased when this construct was co-transfected with mir-92a, mir-92b 

or let-7e in HEK293 cells. Site-directed mutation of the mir-92 seed sequence in the 3’UTR 

completely rescued the observed decrease in reporter expression when co-transfected with 

mir-92a and mir-92b.  

Antagomir and miRNA-mimic transfections in neuroblastoma cell lines confirmed that DKK3 

secretion to the culture media is regulated by mir-92s.  

Consistent with reports from other cancers, we found DKK3 to be expressed in the 

endothelium of primary neuroblastoma samples and to be absent in tumors with MNA. 

In conclusion, the study demonstrated that MYCN-regulated miRNAs are able to modulate the 

expression of the tumor suppressor DKK3 in neuroblastoma. 
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6 Discussion 

6.1 Knockdown of MYCN 

MYCN is amplified in a subgroup of neuroblastomas with highly aggressive behavior [18]. 

Our group has previously established an efficient model system to selectively down-regulate 

MYCN expression in MNA neuroblastoma by specific anti-MYCN shRNA molecules 

(appendix paper). This approach allows us to investigate and compare cellular processes in 

both high- and low-MYCN neuroblastoma cells. In particular, this model system can be used 

to study neuronal differentiation in MNA neuroblastoma initiated by specific MYCN 

knockdown, as opposed to induced neuronal differentiation using protocols with RA, TPA or 

various combinations of growth factors (e.g. BDNF, NGF, IGF1, FGF) (see chapter 2.1.3 and 

review [45]). In paper I, we used plasmid-encoded anti-MYCN shRNA to induce transient 

MYCN-knockdown (as described in the appendix paper). In paper III, anti-MYCN shRNA 

was expressed in neuroblastoma cells using a tetracycline-inducible retroviral delivery system. 

This expression system allows us to conditionally repress MYCN expression in MNA 

neuroblastoma cells (as described in [52]).  

6.2 MYCN knockdown alters miRNA expression in MNA cells  

As thoroughly introduced in chapter 2.3, several studies have addressed the role of N-myc on 

the expression of miRNAs in neuroblastoma over the past few years. These studies were 

mainly performed by overexpressing MYCN in non-MNA neuroblastoma cell lines with or 

without the capacity to undergo neuronal differentiation [156-158, 161, 162, 165, 167, 173, 

176, 180], or by comparing miRNA profiles in MNA versus non-MNA neuroblastoma tumors 

[22, 156-158, 160, 161, 164, 165, 167, 170, 175, 176, 198-201]. 

As outlined in chapter 2.3.9, the contribution of miRNAs to the neuronal differentiation 

processes in neuroblastoma has mainly been investigated in SH-SY-5Y cells induced to 

differentiate by the addition of TPA or RA alone, or RA in combination with BDNF [156, 

169, 180-184, 186, 200, 202, 203].  

In paper I, we analyzed the expression of 723 known human miRNAs during the 

differentiation of MNA SK-N-BE (2) cells upon MYCN knockdown. By comparing miRNA 

expression levels in high and low N-myc SK-N-BE (2) cells, we found 23 differentially 

expressed miRNAs. Twelve miRNAs (mir-17, -18a, -20, -24, -25, -92a, -92b, -93, -103, -
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106a, -494 and mir-495) were down-regulated, and 11 miRNAs (mir-21, -22, -126, -137, -

181d, -218, -663, -671, let-7c, let-7d and let-7f) were up-regulated. 

Knockdown of MYCN expression in MNA neuroblastoma cell lines by small RNA molecules 

(siRNA or shRNA) initiates a distinct neuron-like differentiation process characterized by 

morphological (neurite outgrowth) and biochemical (up-regulation of neuronal markers) 

changes [52]. Two studies using anti-MYCN siRNA or shRNA to investigate miRNA 

expression during MYCN knockdown-induced differentiation of MNA neuroblastoma cells 

have been published ([156] and paper I). These studies report complementary rather than 

identical results most likely due to different knockdown techniques and cellular systems. 

While Chen and Stallings used the siRNA approach to confirm a correlation between N-myc 

and miRNAs differentially expressed in MNA versus non-MNA primary tumors, we used 

shRNA to investigate an unbiased pool of 736 miRNAs (paper I). In accordance with our 

data, Chen and Stallings found mir-137, mir-181 and let-7 family members among the up-

regulated miRNAs. 

Both up- and down-regulation of miRNAs was observed upon MYCN knockdown (paper I). 

Among the down-regulated miRNAs, most were members of the oncogenic miRNA clusters 

that constitute the mir-17-92 family. It is well established that N-myc is a transcriptional 

activator by direct binding to the promoter regions of several miRNAs, including the mir-17-

92 family clusters (chapter 2.3.1 - 2.3.4). In addition, miRNAs of the mir-17-92 family 

clusters have been shown to be down-regulated in non-MNA neuroblastoma cells in which 

differentiation was induced by various agents and growth factors [169]. In paper I, we 

showed for the first time that most miRNAs belonging to the mir-17-92 family are down-

regulated upon the MYCN knockdown-mediated neuronal differentiation of MNA 

neuroblastoma cells. In paper III, two of the miRNAs positively correlated to MYCN 

expression (mir-92a and mir-92b) were shown to directly target the tumor suppressor DKK3 

(see chapter 6.4). 

We also observed several miRNAs being up-regulated upon MYCN knockdown in SK-N-

BE(2) cells, and most have previously been linked to a neuronal phenotype, or been shown to 

induce neuronal differentiation. Interestingly, let-7, a miRNA family reported to be involved 

in differentiation of neuroblastoma cells [180-182, 202], directly targets MYCN mRNAs, 

suggesting a feedback mechanism resulting in low N-myc levels during differentiation of 

MYCN-amplified cells (paper II, see below). The let-7 family of miRNAs is highly 
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represented in miRNA populations in mouse, rat and primate brains [204, 205]. Moreover, the 

expression of let-7, mir-218 and mir-137 has been reported to increase during induced 

neuronal differentiation in mouse embryonic stem cells, mouse and human embryonic 

carcinoma cells and mouse neuronal stem cells (mNSC) [206-208]. Additionally, the 

exogenous expression of mir-137 promoted neuronal-like differentiation in several mouse and 

human stem cells [207]. Very recently, mir-663 and mir-22 were reported to be up-regulated 

during ATRA-mediated differentiation of leukemic HL-60 cells [209]. In summary, these 

observations support the idea that miRNAs up-regulated during MYCN knockdown-mediated 

neuroblastoma differentiation are either directly involved in, or are a consequence of, the 

(neuronal) differentiation process. 

Notably, mir-21, a miRNA with established oncogenic functions in other cancers (reviewed in 

[210]), was found prominently up-regulated during MYCN knockdown (paper I) and 

neuroblastoma cell differentiation [180, 181, 202].  We found mir-21 expressed in all 

neuroblastoma cell lines investigated in this study and, interestingly, mir-21 expression was 

correlated to the MYCN mRNA expression in these cell lines. We cannot exclude that the 

expression of mir-21 is also influenced by variations in mir-21 gene dosages, as mir-21 is 

encoded on chromosome 17q which is frequently involved in unbalanced translocations in 

neuroblastoma cell lines [211]. However, an inverse correlation between MYCN and mir-21 

expression was also reported upon MYCN-induction in Tet21N cells [162] and primary 

neuroblastoma tumors [175]. Mir-21 is a miRNA with putative anti-apoptotic and tumor 

promoting activities, expressed in a variety of solid tumors. Experimentally validated mir-21 

targets include several proteins with tumor suppressor functions (reviewed in [210]). 

However, overexpression of mir-21 in SK-N-BE (2) and Kelly cells did not alter proliferation 

of these cell lines (paper I). In addition, mir-21 target genes remained unchanged (paper I). 

Similar to our study, Folini et al. recently reported that changes in mir-21 expression did not 

alter proliferation of prostate cancer cell lines [212]. Over-expression of mir-21 alone did not 

induce neuronal differentiation in SK-N-BE (2) or Kelly cells (paper I). Using antagomir-21 

to reduce mir-21 increase had no effect on differentiation (paper I). These observations 

indicate that the observed increase in mir-21 expression does not directly influence the 

neuronal differentiation process in MNA neuroblastoma cells induced to differentiate by 

MYCN knockdown. We suggest that the increase of mir-21 is a consequence rather than a 

cause for the differentiation process. We were not able to establish a clear function or a target 

for mir-21 in neuroblastoma cells (paper I). 
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In conclusion, paper I fits in a series of several published studies elucidating the effect of N-

myc on miRNA expression in neuroblastoma. The Supplementary tables give a current 

overview over miRNAs reported to be correlated with N-myc expression – both in primary 

tumors (Suppl. table 1) and cell lines (Suppl. table 2). 

6.3 The expression of N‐myc is regulated by miRNAs 

The interaction between N-myc and miRNAs is mutual, as MYCN itself is targeted by 

miRNAs. This is the main finding in paper II. Here, we aimed to investigate how miRNAs 

contribute to MYCN regulation. We systematically investigated the MYCN-3’UTR sequence 

for potential miRNA binding sites. We used luciferase reporter assays to show that the 3’UTR 

sequence is directly targeted by several miRNAs (mir-34a, -34c, -449, -19a, -19b, -29a, -29b, 

-29c, -101, -202 and let-7e). These miRNAs were further shown to decrease N-myc protein 

expression when overexpressed in the MNA neuroblastoma cell line Kelly. Finally, we 

showed that ectopic overexpression of let-7e, mir-101 and mir-202 efficiently inhibit 

proliferation and clonogenic cell growth in Kelly cells. 

It has been reported that certain mutations and SNPs in the 3’UTR of cancer-related genes 

increase cancer susceptibility and may allow the cancer cell to escape miRNA regulation 

[213]. In paper II, we showed that mutations in the MYCN 3’UTR are rare, both in MNA and 

non-MNA neuroblastoma cells, as we detected only a single SNP (rs922) at position 250 

(C250T) of the 3’UTR, which did not impair targeting of the MYCN-regulating miRNAs.  

The functionally best characterized MYCN-targeting miRNA is mir-34a, which is located at 

chromosome 1p36, a region frequently deleted in MNA neuroblastoma tumors [214]. 

Overexpression of mir-34a in MNA neuroblastoma cell lines decreased N-myc levels, 

inhibited proliferation and induced apoptosis. Interestingly, mir-34a is transcriptionally 

activated by p53 [155], implicating that deletion of mir-34a has similar cellular consequences 

as p53 deficiency [189]. In addition to MYCN, mir-34a targets BCL2 [188] and E2F3 [184], 

making mir-34a to a multi-faceted tumor suppressor miRNA in neuroblastoma. Mir-34b and -

34c are co-expressed from a locus at chromosome 11q23, another region commonly 

hemizygously deleted in neuroblastoma [108].  

In paper II, we confirm that mir-34a directly targets the 3’UTR sequence of MYCN. Whereas 

Wei et al. concluded that two mir-34 target sites were required to obtain maximum MYCN 

suppression by mir-34a, we found only one to be responsible for most of the suppressive 
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effect (2008). This result is supported by data from a study performed by Welch et al. [184]. 

We also verified that mir-34c and mir-449, but not mir-34b, target the MYCN 3’UTR similar 

to mir-34a. 

We confirmed, as earlier indicated by Lewis et al. [146], mir-101 as a MYCN-regulating 

miRNA and demonstrated its ability to suppress MYCN expression by binding to two 

predicted target sites. We further showed that mir-101 inhibits proliferation of MNA Kelly 

cells. These data from neuroblastoma extend previous reports showing tumor suppressor 

properties of mir-101 in different other cancer types [195, 215-219].  

Xu et al. have previously shown that mir-29 directly regulates B7-H3, a surface glycoprotein 

of the B7/CD28 family that is expressed on a wide variety of solid tumor cells, including 

neuroblastoma [220]. B7-H3 has immunoinhibitory effects protecting neuroblastoma cells 

from NK-mediated cytotoxicity [221]. In addition, B7-H3 is the target of the monoclonal 

antibody 8H9 [220] that showed promising results when used in compartmental 

radioimmunotherapy (cRIT) in a clinical trial for CNS-relapsed high-risk neuroblastoma 

([118], and chapter 2.1.6). Compared with normal tissue, mir-29 was found significantly 

lower expressed in neuroblastoma cells, contributing to a higher expression of B7-H3 on 

neuroblastoma cell surfaces [220]. It has been suggested that restoration of mir-29 and 

subsequent translational inhibition of B7-H3 might therefore prove therapeutically beneficial, 

both by sensitizing neuroblastoma cells to NK/T-cell-mediated immunotoxicity and by 

protecting B7-H3 expressing normal tissue from 8H9-related toxicity [220]. Our data from 

paper II extend the therapeutical potential of mir-29 as it was shown to directly target MYCN.  

The human let-7 miRNA family consists of 10 different mature let-7 sequences that are 

derived from 13 precursors [222]. Overexpression of let-7 has been shown to inhibit 

proliferation of several cancer cell lines [223-228]. Several important cell cycle regulators, 

including cyclins, cyclin-dependent kinases (CDKs), Ras, HMGA2 and c-Myc have 

previously been confirmed to be targets of let-7 [224-228]. The results from paper II have 

now added the MYCN oncogene to the list of cell cycle regulators targeted by let-7. The 

observed growth-inhibitory effect of let-7e on MNA neuroblastoma cells is most likely 

because of the combined suppression of several let-7 targets involved in cell proliferation. 

In summary, we were able to define a subset of miRNA that are able to regulate MYCN 

expression when overexpressed in MNA neuroblastoma cells. To what extent the N-myc 

protein is regulated by endogenous levels of these miRNAs, and if altered levels contribute to 



 47 

neuroblastoma development, needs to be addressed in further studies. Recent data from 

miRNA profiling studies show that let-7e, mir-29a and mir-29c are significantly lower 

expressed in MNA primary tumors compared with non-MNA tumors [22], supporting the idea 

that they act as endogenous MYCN regulators. 

6.4 N‐myc‐regulated miRNAs target DKK3 

DKK3 is an established tumor suppressor gene that inhibits the proliferation of several 

cancers, including neuroblastoma. Koppen et al. demonstrated that in neuroblastic tumors 

arising from the sympathetic adrenal lineage, increased DKK3 mRNA levels are strong 

markers of differentiation: high DKK3 mRNA expression in differentiated ganglioneuromas 

and low DKK3 mRNA expression in undifferentiated neuroblastomas, correlating with poor 

prognosis [96]. It has also been shown that DKK3 mRNA levels are inversely correlated to 

MYCN mRNA expression in neuroblastic tumors and neuroblastoma cell lines [96, 97]. In 

paper III, we used two MNA neuroblastoma cell lines and induced MYCN-knockdown by 

retrovirally delivered anti-MYCN shRNA. For the first time, we were able to show that 

secretion of endogenous DKK3 protein into the cell culture media was increased upon 

MYCN-knockdown. Similar to the data presented by Koppen et al. [96] and Bell et al. [97], 

we also confirmed that DKK3 mRNA levels are inversely correlated to MYCN repression in 

neuroblastoma cell lines. Despite the well documented inverse correlation between MYCN 

and DKK3 expression, DKK3 does not seem to be transcriptionally down-regulated by N-myc 

promoter binding, as ChIP analysis failed to reveal a direct interaction between N-myc and 

the DKK3 promoter [96]. This suggests an indirect regulatory mechanism. 

To investigate if the DKK3 gene was inactivated by hypermethylation of the promoter region 

as reported from other cancers (see chapter 2.1.4.4), we analyzed the methylation status of the 

DKK3 promoter in 10 neuroblastoma primary tumors and five neuroblastoma cell lines using 

methylation-specific PCR (MSP). The results revealed that neither the primary tumors nor the 

cell lines were hypermethylated at the investigated CpG island of the DKK3 promoter. 

Therefore, we aimed to investigate if MYCN-regulated miRNAs contribute to DKK3 

regulation. In paper I, we demonstrated that mir-92a and -92b are positively correlated to N-

myc expression. The correlation between mir-92a and MYCN expression has also been 

confirmed in neuroblastic tumors [96]. Both mir-92a and mir-92b, in addition to let-7e, were 

predicted by in silico analyses to target the DKK3-3’UTR sequence.  In paper III, we were 

able to show that all three miRNAs efficiently decreased expression of a luciferase reporter 
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containing the 3’UTR sequence from DKK3. The predicted target seed sequence for mir-92a 

and mir-92b in the DKK3-3’UTR sequence was validated by mutagenesis. However, mutation 

of the putative let-7e seed sequences, separately or in combination, could not rescue the let-7e 

luciferase repression. This observation could be explained either by as yet unidentified and 

unpredicted let-7e seed sequences in the DKK3 3’UTR, other targets of let-7e indirectly 

influencing DKK3 expression, and/or off-target effects. By the use of miRNA mimics and 

antagomir treatment, we further demonstrated that both DKK3 mRNA expression and protein 

secretion into the media were inversely correlated to mir-92a, mir-92b and let-7e expression 

in neuroblastoma. 

Mir-92a is a member of the oncogenic mir-17-92 cluster that has been shown to be aberrantly 

expressed and to promote tumorigenicity in neuroblastoma (see chapter 2.3.2). With the 

exception of mir-92a, and to some extent mir-19a and -19b, none of the other mir-17-92 

members reduced expression of the DKK3 3’UTR luciferase reporter. We also reported a very 

robust inverse correlation between mir-92a and DKK3 expression in a series of 95 

neuroblastic tumors. 

DKK3 has been shown to be involved in tumor vessel biology and to be highly expressed in 

tumor endothelium [229]. DKK3 was reported to stimulate vascular growth and increase 

vascular density in tumors. We observed that the expression of the DKK3 protein in 

neuroblastoma vasculature was significantly higher in non-MNA tumors and benign 

ganglioneuroma in comparison to MNA tumors. This is in line with the previous report by 

Koppen et al. [96] demonstrating higher levels of DKK3 mRNA expression in both non-MNA 

neuroblastoma tumors and ganglioneuromas. However, the observation that a pro-angiogenic 

factor is down-regulated in high-stage tumors compared to lower stages is surprising. The 

mir-17-92 cluster has been related to angiogenesis [230]. Recently, it has been demonstrated 

that the in vivo inhibition of mir-92a enhanced blood vessel formation [231]. Our novel 

findings provide one possible explanation for this observation since DKK3 has been shown to 

stimulate angiogenesis [229]. The link between increased mir-92 expression in MNA 

neuroblastoma cells and reduced DKK3 expression in the endothelial cells in the tumor is 

unclear. 

It has been reported that miRNAs not only functions as intracellular regulators, but also as 

secreted effectors with paracrine and endocrine effects [232]. We therefore speculate that the 

tumor endothelial cells could be affected by mir-92 released from MNA tumor cells in 
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aggressive neuroblastomas. It should be investigated whether secreted MYCN-regulated 

miRNAs might be responsible for the low DKK3 expression in the endothelium of most 

aggressive tumors.  

Very recently, De Brouwer et al. published a study similar to paper III in this thesis, 

confirming mir-92a and mir-19 as a DKK3-regulating miRNA [233].  

7 Conclusions 
Neuroblastomas with MYCN-amplification are characterized by aggressive biology and poor 

survival of the patients. To improve future treatment options, it is of fundamental interest to 

understand MYCN’s role in tumorigenesis and determine factors regulating MYCN expression. 

In this thesis, we focused on the interactions between MYCN and miRNAs, a group of 

endogenous small regulatory RNA molecules that can act as both tumor suppressors and 

oncogenes.  

In paper I, we knocked-down MYCN in MNA cell lines by shRNA (appendix paper) and 

performed a miRNA expression profiling study to elucidate miRNAs that are correlated to 

MYCN expression. This approach is different from other studies used to investigate the role of 

N-myc on miRNAs, as MYCN knockdown in addition induces significant neuronal 

differentiation of the cells. We observed both up- and down-regulation of miRNAs. MiRNAs 

with positive correlation to MYCN included members of the oncogenic mir-17-92 cluster. One 

of the most prominently up-regulated miRNAs upon MYCN knockdown was mir-21. 

However, we were not able to establish a functional role for this miRNA during 

differentiation. 

Mir-92a and mir-92b were both positively correlated to MYCN expression. In paper III, we 

demonstrated that both miRNAs target the tumor suppressor DKK3 in neuroblastoma and 

repress secretion of the DKK3 protein.  

 

Finally, we demonstrated in paper II that the interaction between MYCN and miRNAs is 

mutual, as the MYCN mRNA itself is targeted by several miRNAs (paper II). Some of these 

miRNAs showed anti-proliferative properties. Re-establishment of these miRNAs in MYCN-

amplified neuroblastoma may prove to be of therapeutic value.  



 50 

8 References 
 

1. Stiller CA: Epidemiology and genetics of childhood cancer. Oncogene 2004, 23:6429-6444. 

2. Stiller CA, Marcos-Gragera R, Ardanaz E, Pannelli F, Almar Marques E, Canada Martinez A, 
Steliarova-Foucher E: Geographical patterns of childhood cancer incidence in Europe, 1988-
1997. Report from the Automated Childhood Cancer Information System project. Eur J 
Cancer 2006, 42:1952-1960. 

3. Larsen IM (Ed.). Cancer in Norway 2009 - Cancer incidence, mortality, survival and 
prevalence in Norway. Oslo: Cancer Registry of Norway; 2011. 

4. Magnani C, Pastore G, Coebergh JW, Viscomi S, Spix C, Steliarova-Foucher E: Trends in 
survival after childhood cancer in Europe, 1978-1997: report from the Automated 
Childhood Cancer Information System project (ACCIS). Eur J Cancer 2006, 42:1981-2005. 

5. Gatta G, Corazziari I, Magnani C, Peris-Bonet R, Roazzi P, Stiller C: Childhood cancer survival 
in Europe. Ann Oncol 2003, 14 Suppl 5:v119-127. 

6. Pritchard-Jones K, Kaatsch P, Steliarova-Foucher E, Stiller CA, Coebergh JW: Cancer in 
children and adolescents in Europe: developments over 20 years and future challenges. Eur 
J Cancer 2006, 42:2183-2190. 

7. Imbach P: Incidence and Management of Childhood Cancer. In Pediatric Oncology: A 
Comprehensive Guide. Edited by Imbach P, Kühne T, Arceci R. Berlin-Heidelberg: Springer; 
2006: 1-5 

8. Powell JE, Esteve J, Mann JR, Parker L, Frappaz D, Michaelis J, Kerbl R, Mutz ID, Stiller CA: 
Neuroblastoma in Europe: differences in the pattern of disease in the UK. SENSE. Study 
group for the Evaluation of Neuroblastoma Screening in Europe. Lancet 1998, 352:682-687. 

9. Stiller CA, Parkin DM: International variations in the incidence of neuroblastoma. Int J 
Cancer 1992, 52:538-543. 

10. Kaatsch P: Epidemiology of childhood cancer. Cancer Treat Rev 2010, 36:277-285. 

11. Maris JM, Hogarty MD, Bagatell R, Cohn SL: Neuroblastoma. Lancet 2007, 369:2106-2120. 

12. Mullassery D, Dominici C, Jesudason EC, McDowell HP, Losty PD: Neuroblastoma: 
contemporary management. Arch Dis Child Educ Pract Ed 2009, 94:177-185. 

13. Modak S: Updates in the treatment of neuroblastoma. Clin Adv Hematol Oncol 2011, 9:74-76. 

14. Modak S, Cheung NK: Neuroblastoma: Therapeutic strategies for a clinical enigma. Cancer 
Treat Rev 2010, 36:307-317. 

15. Yamamoto K, Hanada R, Kikuchi A, Ichikawa M, Aihara T, Oguma E, Moritani T, Shimanuki Y, 
Tanimura M, Hayashi Y: Spontaneous regression of localized neuroblastoma detected by 
mass screening. J Clin Oncol 1998, 16:1265-1269. 



 51 

16. Schilling FH, Spix C, Berthold F, Erttmann R, Fehse N, Hero B, Klein G, Sander J, Schwarz K, 
Treuner J, et al: Neuroblastoma screening at one year of age. N Engl J Med 2002, 346:1047-
1053. 

17. Woods WG, Gao RN, Shuster JJ, Robison LL, Bernstein M, Weitzman S, Bunin G, Levy I, 
Brossard J, Dougherty G, et al: Screening of infants and mortality due to neuroblastoma. N 
Engl J Med 2002, 346:1041-1046. 

18. Cohn SL, Pearson AD, London WB, Monclair T, Ambros PF, Brodeur GM, Faldum A, Hero B, 
Iehara T, Machin D, et al: The International Neuroblastoma Risk Group (INRG) 
classification system: an INRG Task Force report. J Clin Oncol 2009, 27:289-297. 

19. Brodeur GM: Neuroblastoma: biological insights into a clinical enigma. Nat Rev Cancer 2003, 
3:203-216. 

20. De Preter K, Vermeulen J, Brors B, Delattre O, Eggert A, Fischer M, Janoueix-Lerosey I, 
Lavarino C, Maris JM, Mora J, et al: Accurate outcome prediction in neuroblastoma across 
independent data sets using a multigene signature. Clin Cancer Res 2010, 16:1532-1541. 

21. Oberthuer A, Hero B, Berthold F, Juraeva D, Faldum A, Kahlert Y, Asgharzadeh S, Seeger R, 
Scaruffi P, Tonini GP, et al: Prognostic impact of gene expression-based classification for 
neuroblastoma. J Clin Oncol 2010, 28:3506-3515. 

22. Schulte JH, Schowe B, Mestdagh P, Kaderali L, Kalaghatgi P, Schlierf S, Vermeulen J, 
Brockmeyer B, Pajtler K, Thor T, et al: Accurate prediction of neuroblastoma outcome based 
on miRNA expression profiles. Int J Cancer 2010, 127:2374-2385. 

23. Vermeulen J, De Preter K, Naranjo A, Vercruysse L, Van Roy N, Hellemans J, Swerts K, Bravo 
S, Scaruffi P, Tonini GP, et al: Predicting outcomes for children with neuroblastoma using a 
multigene-expression signature: a retrospective SIOPEN/COG/GPOH study. Lancet Oncol 
2009, 10:663-671. 

24. Maris JM: Recent advances in neuroblastoma. N Engl J Med 2010, 362:2202-2211. 

25. Grimmer MR, Weiss WA: Childhood tumors of the nervous system as disorders of normal 
development. Curr Opin Pediatr 2006, 18:634-638. 

26. Thiery JP: Epithelial-mesenchymal transitions in development and pathologies. Curr Opin 
Cell Biol 2003, 15:740-746. 

27. Taneyhill LA: To adhere or not to adhere: the role of Cadherins in neural crest development. 
Cell Adh Migr 2008, 2:223-230. 

28. Kulesa PM, Lefcort F, Kasemeier-Kulesa JC: The migration of autonomic precursor cells in 
the embryo. Auton Neurosci 2009, 151:3-9. 

29. Gammill LS, Bronner-Fraser M: Neural crest specification: migrating into genomics. Nat Rev 
Neurosci 2003, 4:795-805. 

30. Huber K: The sympathoadrenal cell lineage: specification, diversification, and new 
perspectives. Dev Biol 2006, 298:335-343. 

31. Wu J, Saint-Jeannet JP, Klein PS: Wnt-frizzled signaling in neural crest formation. Trends 
Neurosci 2003, 26:40-45. 



 52 

32. Knecht AK, Bronner-Fraser M: Induction of the neural crest: a multigene process. Nat Rev 
Genet 2002, 3:453-461. 

33. Hemavathy K, Ashraf SI, Ip YT: Snail/slug family of repressors: slowly going into the fast 
lane of development and cancer. Gene 2000, 257:1-12. 

34. Bolos V, Peinado H, Perez-Moreno MA, Fraga MF, Esteller M, Cano A: The transcription 
factor Slug represses E-cadherin expression and induces epithelial to mesenchymal 
transitions: a comparison with Snail and E47 repressors. J Cell Sci 2003, 116:499-511. 

35. Dottori M, Gross MK, Labosky P, Goulding M: The winged-helix transcription factor Foxd3 
suppresses interneuron differentiation and promotes neural crest cell fate. Development 
2001, 128:4127-4138. 

36. Meulemans D, Bronner-Fraser M: Gene-regulatory interactions in neural crest evolution and 
development. Dev Cell 2004, 7:291-299. 

37. Schneider C, Wicht H, Enderich J, Wegner M, Rohrer H: Bone morphogenetic proteins are 
required in vivo for the generation of sympathetic neurons. Neuron 1999, 24:861-870. 

38. Reissmann E, Ernsberger U, Francis-West PH, Rueger D, Brickell PM, Rohrer H: Involvement 
of bone morphogenetic protein-4 and bone morphogenetic protein-7 in the differentiation of 
the adrenergic phenotype in developing sympathetic neurons. Development 1996, 122:2079-
2088. 

39. Wakamatsu Y, Watanabe Y, Nakamura H, Kondoh H: Regulation of the neural crest cell fate 
by N-myc: promotion of ventral migration and neuronal differentiation. Development 1997, 
124:1953-1962. 

40. Jiang M, Stanke J, Lahti JM: The connections between neural crest development and 
neuroblastoma. Curr Top Dev Biol 2011, 94:77-127. 

41. Morrison SJ, White PM, Zock C, Anderson DJ: Prospective identification, isolation by flow 
cytometry, and in vivo self-renewal of multipotent mammalian neural crest stem cells. Cell 
1999, 96:737-749. 

42. Brodeur G, Maris JM: Neuroblastoma. In Principles and Practice of Pediatric Oncology. 5th 
edition. Edited by Pizzo DA, Poplack DG. Philadelphia: Lippincott Williams & Wilkins; 2006: 
933-970 

43. Shimada H, Ambros IM, Dehner LP, Hata J, Joshi VV, Roald B: Terminology and morphologic 
criteria of neuroblastic tumors: recommendations by the International Neuroblastoma 
Pathology Committee. Cancer 1999, 86:349-363. 

44. Shimada H, Ambros IM, Dehner LP, Hata J, Joshi VV, Roald B, Stram DO, Gerbing RB, Lukens 
JN, Matthay KK, Castleberry RP: The International Neuroblastoma Pathology Classification 
(the Shimada system). Cancer 1999, 86:364-372. 

45. Edsjo A, Holmquist L, Pahlman S: Neuroblastoma as an experimental model for neuronal 
differentiation and hypoxia-induced tumor cell dedifferentiation. Semin Cancer Biol 2007, 
17:248-256. 

46. Nakagawara A, Arima-Nakagawara M, Scavarda NJ, Azar CG, Cantor AB, Brodeur GM: 
Association between high levels of expression of the TRK gene and favorable outcome in 
human neuroblastoma. N Engl J Med 1993, 328:847-854. 



 53 

47. Kogner P, Barbany G, Dominici C, Castello MA, Raschella G, Persson H: Coexpression of 
messenger RNA for TRK protooncogene and low affinity nerve growth factor receptor in 
neuroblastoma with favorable prognosis. Cancer Res 1993, 53:2044-2050. 

48. Brodeur GM, Minturn JE, Ho R, Simpson AM, Iyer R, Varela CR, Light JE, Kolla V, Evans AE: 
Trk receptor expression and inhibition in neuroblastomas. Clin Cancer Res 2009, 15:3244-
3250. 

49. Schramm A, Schulte JH, Astrahantseff K, Apostolov O, Limpt V, Sieverts H, Kuhfittig-Kulle S, 
Pfeiffer P, Versteeg R, Eggert A: Biological effects of TrkA and TrkB receptor signaling in 
neuroblastoma. Cancer Lett 2005, 228:143-153. 

50. Matthay KK, Villablanca JG, Seeger RC, Stram DO, Harris RE, Ramsay NK, Swift P, Shimada H, 
Black CT, Brodeur GM, et al: Treatment of high-risk neuroblastoma with intensive 
chemotherapy, radiotherapy, autologous bone marrow transplantation, and 13-cis-retinoic 
acid. Children's Cancer Group. N Engl J Med 1999, 341:1165-1173. 

51. Edsjo A, Nilsson H, Vandesompele J, Karlsson J, Pattyn F, Culp LA, Speleman F, Pahlman S: 
Neuroblastoma cells with overexpressed MYCN retain their capacity to undergo neuronal 
differentiation. Lab Invest 2004, 84:406-417. 

52. Henriksen JR, Haug BH, Buechner J, Tomte E, Lokke C, Flaegstad T, Einvik C: Conditional 
expression of retrovirally delivered anti-MYCN shRNA as an in vitro model system to study 
neuronal differentiation in MYCN-amplified neuroblastoma. BMC Dev Biol 2011, 11:1. 

53. Deyell RJ, Attiyeh EF: Advances in the understanding of constitutional and somatic genomic 
alterations in neuroblastoma. Cancer Genet 2011, 204:113-121. 

54. Janoueix-Lerosey I, Schleiermacher G, Delattre O: Molecular pathogenesis of peripheral 
neuroblastic tumors. Oncogene 2010, 29:1566-1579. 

55. Janoueix-Lerosey I, Schleiermacher G, Michels E, Mosseri V, Ribeiro A, Lequin D, Vermeulen J, 
Couturier J, Peuchmaur M, Valent A, et al: Overall genomic pattern is a predictor of outcome 
in neuroblastoma. J Clin Oncol 2009, 27:1026-1033. 

56. Meyer N, Penn LZ: Reflecting on 25 years with MYC. Nat Rev Cancer 2008, 8:976-990. 

57. Kohl NE, Legouy E, DePinho RA, Nisen PD, Smith RK, Gee CE, Alt FW: Human N-myc is 
closely related in organization and nucleotide sequence to c-myc. Nature 1986, 319:73-77. 

58. Bell E, Chen L, Liu T, Marshall GM, Lunec J, Tweddle DA: MYCN oncoprotein targets and 
their therapeutic potential. Cancer Lett 2010, 293:144-157. 

59. Larsson LG, Henriksson MA: The Yin and Yang functions of the Myc oncoprotein in cancer 
development and as targets for therapy. Exp Cell Res 2010, 316:1429-1437. 

60. Eilers M, Eisenman RN: Myc's broad reach. Genes Dev 2008, 22:2755-2766. 

61. Murphy DM, Buckley PG, Bryan K, Das S, Alcock L, Foley NH, Prenter S, Bray I, Watters KM, 
Higgins D, Stallings RL: Global MYCN transcription factor binding analysis in 
neuroblastoma reveals association with distinct E-box motifs and regions of DNA 
hypermethylation. PLoS ONE 2009, 4:e8154. 

62. Nilsson JA, Cleveland JL: Myc pathways provoking cell suicide and cancer. Oncogene 2003, 
22:9007-9021. 



 54 

63. Iraci N, Diolaiti D, Papa A, Porro A, Valli E, Gherardi S, Herold S, Eilers M, Bernardoni R, 
Della Valle G, Perini G: A SP1/MIZ1/MYCN repression complex recruits HDAC1 at the 
TRKA and p75NTR promoters and affects neuroblastoma malignancy by inhibiting the cell 
response to NGF. Cancer Res 2011, 71:404-412. 

64. Liu T, Tee AE, Porro A, Smith SA, Dwarte T, Liu PY, Iraci N, Sekyere E, Haber M, Norris MD, 
et al: Activation of tissue transglutaminase transcription by histone deacetylase inhibition as 
a therapeutic approach for Myc oncogenesis. Proc Natl Acad Sci USA 2007, 104:18682-18687. 

65. Albihn A, Johnsen JI, Henriksson MA: MYC in oncogenesis and as a target for cancer 
therapies. Adv Cancer Res 2010, 107:163-224. 

66. Vita M, Henriksson M: The Myc oncoprotein as a therapeutic target for human cancer. 
Semin Cancer Biol 2006, 16:318-330. 

67. Stanton BR, Perkins AS, Tessarollo L, Sassoon DA, Parada LF: Loss of N-myc function results 
in embryonic lethality and failure of the epithelial component of the embryo to develop. 
Genes Dev 1992, 6:2235-2247. 

68. Hiyama E, Iehara T, Sugimoto T, Fukuzawa M, Hayashi Y, Sasaki F, Sugiyama M, Kondo S, 
Yoneda A, Yamaoka H, et al: Effectiveness of screening for neuroblastoma at 6 months of 
age: a retrospective population-based cohort study. Lancet 2008, 371:1173-1180. 

69. Caren H, Abel F, Kogner P, Martinsson T: High incidence of DNA mutations and gene 
amplifications of the ALK gene in advanced sporadic neuroblastoma tumours. Biochem J 
2008, 416:153-159. 

70. Chen Y, Takita J, Choi YL, Kato M, Ohira M, Sanada M, Wang L, Soda M, Kikuchi A, Igarashi 
T, et al: Oncogenic mutations of ALK kinase in neuroblastoma. Nature 2008, 455:971-974. 

71. George RE, Sanda T, Hanna M, Frohling S, Luther W, 2nd, Zhang J, Ahn Y, Zhou W, London 
WB, McGrady P, et al: Activating mutations in ALK provide a therapeutic target in 
neuroblastoma. Nature 2008, 455:975-978. 

72. Janoueix-Lerosey I, Lequin D, Brugieres L, Ribeiro A, de Pontual L, Combaret V, Raynal V, 
Puisieux A, Schleiermacher G, Pierron G, et al: Somatic and germline activating mutations of 
the ALK kinase receptor in neuroblastoma. Nature 2008, 455:967-970. 

73. Mosse YP, Laudenslager M, Longo L, Cole KA, Wood A, Attiyeh EF, Laquaglia MJ, Sennett R, 
Lynch JE, Perri P, et al: Identification of ALK as a major familial neuroblastoma 
predisposition gene. Nature 2008, 455:930-935. 

74. Ogawa S, Takita J, Sanada M, Hayashi Y: Oncogenic mutations of ALK in neuroblastoma. 
Cancer Sci 2011, 102:302-308. 

75. Megason SG, McMahon AP: A mitogen gradient of dorsal midline Wnts organizes growth in 
the CNS. Development 2002, 129:2087-2098. 

76. Lee HY, Kleber M, Hari L, Brault V, Suter U, Taketo MM, Kemler R, Sommer L: Instructive 
role of Wnt/beta-catenin in sensory fate specification in neural crest stem cells. Science 2004, 
303:1020-1023. 

77. Vlad A, Rohrs S, Klein-Hitpass L, Muller O: The first five years of the Wnt targetome. Cell 
Signal 2008, 20:795-802. 



 55 

78. Klaus A, Birchmeier W: Wnt signalling and its impact on development and cancer. Nat Rev 
Cancer 2008, 8:387-398. 

79. He TC, Sparks AB, Rago C, Hermeking H, Zawel L, da Costa LT, Morin PJ, Vogelstein B, 
Kinzler KW: Identification of c-MYC as a target of the APC pathway. Science 1998, 
281:1509-1512. 

80. Kuwahara A, Hirabayashi Y, Knoepfler PS, Taketo MM, Sakai J, Kodama T, Gotoh Y: Wnt 
signaling and its downstream target N-myc regulate basal progenitors in the developing 
neocortex. Development 2010, 137:1035-1044. 

81. Polakis P: The many ways of Wnt in cancer. Curr Opin Genet Dev 2007, 17:45-51. 

82. Niehrs C: Function and biological roles of the Dickkopf family of Wnt modulators. Oncogene 
2006, 25:7469-7481. 

83. Caricasole A, Ferraro T, Iacovelli L, Barletta E, Caruso A, Melchiorri D, Terstappen GC, 
Nicoletti F: Functional characterization of WNT7A signaling in PC12 cells: interaction with 
A FZD5 x LRP6 receptor complex and modulation by Dickkopf proteins. J Biol Chem 2003, 
278:37024-37031. 

84. Hoang BH, Kubo T, Healey JH, Yang R, Nathan SS, Kolb EA, Mazza B, Meyers PA, Gorlick R: 
Dickkopf 3 inhibits invasion and motility of Saos-2 osteosarcoma cells by modulating the 
Wnt-beta-catenin pathway. Cancer Res 2004, 64:2734-2739. 

85. Lee EJ, Jo M, Rho SB, Park K, Yoo YN, Park J, Chae M, Zhang W, Lee JH: Dkk3, 
downregulated in cervical cancer, functions as a negative regulator of beta-catenin. Int J 
Cancer 2009, 124:287-297. 

86. Nakamura RE, Hackam AS: Analysis of Dickkopf3 interactions with Wnt signaling receptors. 
Growth Factors 2010, 28:232-242. 

87. van der Meide WF, Snellenberg S, Meijer CJ, Baalbergen A, Helmerhorst TJ, van der Sluis WB, 
Snijders PJ, Steenbergen RD: Promoter methylation analysis of WNT/beta-catenin signaling 
pathway regulators to detect adenocarcinoma or its precursor lesion of the cervix. Gynecol 
Oncol 2011. 

88. Yang B, Du Z, Gao YT, Lou C, Zhang SG, Bai T, Wang YJ, Song WQ: Methylation of 
Dickkopf-3 as a prognostic factor in cirrhosis-related hepatocellular carcinoma. World J 
Gastroenterol 2010, 16:755-763. 

89. Ding Z, Qian YB, Zhu LX, Xiong QR: Promoter methylation and mRNA expression of DKK-
3 and WIF-1 in hepatocellular carcinoma. World J Gastroenterol 2009, 15:2595-2601. 

90. Veeck J, Wild PJ, Fuchs T, Schuffler PJ, Hartmann A, Knuchel R, Dahl E: Prognostic relevance 
of Wnt-inhibitory factor-1 (WIF1) and Dickkopf-3 (DKK3) promoter methylation in human 
breast cancer. BMC Cancer 2009, 9:217. 

91. Yue W, Sun Q, Dacic S, Landreneau RJ, Siegfried JM, Yu J, Zhang L: Downregulation of Dkk3 
activates beta-catenin/TCF-4 signaling in lung cancer. Carcinogenesis 2008, 29:84-92. 

92. Pannone G, Bufo P, Santoro A, Franco R, Aquino G, Longo F, Botti G, Serpico R, Cafarelli B, 
Abbruzzese A, et al: WNT pathway in oral cancer: epigenetic inactivation of WNT-inhibitors. 
Oncol Rep 2010, 24:1035-1041. 



 56 

93. Maehata T, Taniguchi H, Yamamoto H, Nosho K, Adachi Y, Miyamoto N, Miyamoto C, Akutsu 
N, Yamaoka S, Itoh F: Transcriptional silencing of Dickkopf gene family by CpG island 
hypermethylation in human gastrointestinal cancer. World J Gastroenterol 2008, 14:2702-
2714. 

94. Sato H, Suzuki H, Toyota M, Nojima M, Maruyama R, Sasaki S, Takagi H, Sogabe Y, Sasaki Y, 
Idogawa M, et al: Frequent epigenetic inactivation of DICKKOPF family genes in human 
gastrointestinal tumors. Carcinogenesis 2007, 28:2459-2466. 

95. Fong D, Hermann M, Untergasser G, Pirkebner D, Draxl A, Heitz M, Moser P, Margreiter R, 
Hengster P, Amberger A: Dkk-3 expression in the tumor endothelium: a novel prognostic 
marker of pancreatic adenocarcinomas. Cancer Sci 2009, 100:1414-1420. 

96. Koppen A, Ait-Aissa R, Koster J, Ora I, Bras J, van Sluis PG, Caron H, Versteeg R, Valentijn LJ: 
Dickkopf-3 expression is a marker for neuroblastic tumor maturation and is down-
regulated by MYCN. Int J Cancer 2008, 122:1455-1464. 

97. Bell E, Lunec J, Tweddle DA: Cell cycle regulation targets of MYCN identified by gene 
expression microarrays. Cell Cycle 2007, 6:1249-1256. 

98. Shojaei-Brosseau T, Chompret A, Abel A, de Vathaire F, Raquin MA, Brugieres L, Feunteun J, 
Hartmann O, Bonaiti-Pellie C: Genetic epidemiology of neuroblastoma: a study of 426 cases 
at the Institut Gustave-Roussy in France. Pediatr Blood Cancer 2004, 42:99-105. 

99. Mosse YP, Laudenslager M, Khazi D, Carlisle AJ, Winter CL, Rappaport E, Maris JM: Germline 
PHOX2B mutation in hereditary neuroblastoma. Am J Hum Genet 2004, 75:727-730. 

100. Maris JM, Mosse YP, Bradfield JP, Hou C, Monni S, Scott RH, Asgharzadeh S, Attiyeh EF, 
Diskin SJ, Laudenslager M, et al: Chromosome 6p22 locus associated with clinically 
aggressive neuroblastoma. N Engl J Med 2008, 358:2585-2593. 

101. Brodeur GM, Pritchard J, Berthold F, Carlsen NL, Castel V, Castelberry RP, De Bernardi B, 
Evans AE, Favrot M, Hedborg F, et al.: Revisions of the international criteria for 
neuroblastoma diagnosis, staging, and response to treatment. J Clin Oncol 1993, 11:1466-
1477. 

102. Brodeur GM, Seeger RC, Barrett A, Berthold F, Castleberry RP, D'Angio G, De Bernardi B, 
Evans AE, Favrot M, Freeman AI, et al.: International criteria for diagnosis, staging, and 
response to treatment in patients with neuroblastoma. J Clin Oncol 1988, 6:1874-1881. 

103. Monclair T, Brodeur GM, Ambros PF, Brisse HJ, Cecchetto G, Holmes K, Kaneko M, London 
WB, Matthay KK, Nuchtern JG, et al: The International Neuroblastoma Risk Group (INRG) 
staging system: an INRG Task Force report. J Clin Oncol 2009, 27:298-303. 

104. London WB, Castleberry RP, Matthay KK, Look AT, Seeger RC, Shimada H, Thorner P, 
Brodeur G, Maris JM, Reynolds CP, Cohn SL: Evidence for an age cutoff greater than 365 
days for neuroblastoma risk group stratification in the Children's Oncology Group. J Clin 
Oncol 2005, 23:6459-6465. 

105. Brodeur GM, Seeger RC, Schwab M, Varmus HE, Bishop JM: Amplification of N-myc in 
untreated human neuroblastomas correlates with advanced disease stage. Science 1984, 
224:1121-1124. 



 57 

106. Schwab M, Varmus HE, Bishop JM, Grzeschik KH, Naylor SL, Sakaguchi AY, Brodeur G, Trent 
J: Chromosome localization in normal human cells and neuroblastomas of a gene related to 
c-myc. Nature 1984, 308:288-291. 

107. Seeger RC, Brodeur GM, Sather H, Dalton A, Siegel SE, Wong KY, Hammond D: Association 
of multiple copies of the N-myc oncogene with rapid progression of neuroblastomas. N Engl 
J Med 1985, 313:1111-1116. 

108. Attiyeh EF, London WB, Mosse YP, Wang Q, Winter C, Khazi D, McGrady PW, Seeger RC, 
Look AT, Shimada H, et al: Chromosome 1p and 11q deletions and outcome in 
neuroblastoma. N Engl J Med 2005, 353:2243-2253. 

109. Buckley PG, Alcock L, Bryan K, Bray I, Schulte JH, Schramm A, Eggert A, Mestdagh P, De 
Preter K, Vandesompele J, et al: Chromosomal and microRNA expression patterns reveal 
biologically distinct subgroups of 11q- neuroblastoma. Clin Cancer Res 2010, 16:2971-2978. 

110. Caron H, van Sluis P, van Roy N, de Kraker J, Speleman F, Voute PA, Westerveld A, Slater R, 
Versteeg R: Recurrent 1;17 translocations in human neuroblastoma reveal nonhomologous 
mitotic recombination during the S/G2 phase as a novel mechanism for loss of 
heterozygosity. Am J Hum Genet 1994, 55:341-347. 

111. Bown N, Cotterill S, Lastowska M, O'Neill S, Pearson AD, Plantaz D, Meddeb M, Danglot G, 
Brinkschmidt C, Christiansen H, et al: Gain of chromosome arm 17q and adverse outcome in 
patients with neuroblastoma. N Engl J Med 1999, 340:1954-1961. 

112. Kaneko Y, Knudson AG: Mechanism and relevance of ploidy in neuroblastoma. Genes 
Chromosomes Cancer 2000, 29:89-95. 

113. Kaneko Y, Kanda N, Maseki N, Sakurai M, Tsuchida Y, Takeda T, Okabe I: Different 
karyotypic patterns in early and advanced stage neuroblastomas. Cancer Res 1987, 47:311-
318. 

114. Look AT, Hayes FA, Nitschke R, McWilliams NB, Green AA: Cellular DNA content as a 
predictor of response to chemotherapy in infants with unresectable neuroblastoma. N Engl J 
Med 1984, 311:231-235. 

115. Bagatell R, Rumcheva P, London WB, Cohn SL, Look AT, Brodeur GM, Frantz C, Joshi V, 
Thorner P, Rao PV, et al: Outcomes of children with intermediate-risk neuroblastoma after 
treatment stratified by MYCN status and tumor cell ploidy. J Clin Oncol 2005, 23:8819-8827. 

116. Look AT, Hayes FA, Shuster JJ, Douglass EC, Castleberry RP, Bowman LC, Smith EI, Brodeur 
GM: Clinical relevance of tumor cell ploidy and N-myc gene amplification in childhood 
neuroblastoma: a Pediatric Oncology Group study. J Clin Oncol 1991, 9:581-591. 

117. Yu AL, Gilman AL, Ozkaynak MF, London WB, Kreissman SG, Chen HX, Smith M, Anderson 
B, Villablanca JG, Matthay KK, et al: Anti-GD2 antibody with GM-CSF, interleukin-2, and 
isotretinoin for neuroblastoma. N Engl J Med 2010, 363:1324-1334. 

118. Kramer K, Kushner BH, Modak S, Pandit-Taskar N, Smith-Jones P, Zanzonico P, Humm JL, Xu 
H, Wolden SL, Souweidane MM, et al: Compartmental intrathecal radioimmunotherapy: 
results for treatment for metastatic CNS neuroblastoma. J Neurooncol 2010, 97:409-418. 

119. Modak S, Cheung NK: Disialoganglioside directed immunotherapy of neuroblastoma. Cancer 
Invest 2007, 25:67-77. 



 58 

120. Modak S, Kramer K, Gultekin SH, Guo HF, Cheung NK: Monoclonal antibody 8H9 targets a 
novel cell surface antigen expressed by a wide spectrum of human solid tumors. Cancer Res 
2001, 61:4048-4054. 

121. Toporski J, Garkavij M, Tennvall J, Ora I, Gleisner KS, Dykes JH, Lenhoff S, Juliusson G, 
Scheding S, Turkiewicz D, Bekassy AN: High-dose iodine-131-metaiodobenzylguanidine with 
haploidentical stem cell transplantation and posttransplant immunotherapy in children 
with relapsed/refractory neuroblastoma. Biol Blood Marrow Transplant 2009, 15:1077-1085. 

122. De Bernardi B, Mosseri V, Rubie H, Castel V, Foot A, Ladenstein R, Laureys G, Beck-Popovic 
M, de Lacerda AF, Pearson AD, et al: Treatment of localised resectable neuroblastoma. 
Results of the LNESG1 study by the SIOP Europe Neuroblastoma Group. Br J Cancer 2008, 
99:1027-1033. 

123. Sawada T, Kidowaki T, Sakamoto I, Hashida T, Matsumura T, Nakagawa M, Kusunoki T: 
Neuroblastoma. Mass screening for early detection and its prognosis. Cancer 1984, 53:2731-
2735. 

124. Woods WG, Tuchman M, Robison LL, Bernstein M, Leclerc JM, Brisson LC, Brossard J, Hill G, 
Shuster J, Luepker R, et al: A population-based study of the usefulness of screening for 
neuroblastoma. Lancet 1996, 348:1682-1687. 

125. Brodeur GM, Look AT, Shimada H, Hamilton VM, Maris JM, Hann HW, Leclerc JM, Bernstein 
M, Brisson LC, Brossard J, et al: Biological aspects of neuroblastomas identified by mass 
screening in Quebec. Med Pediatr Oncol 2001, 36:157-159. 

126. Schilling FH, Spix C, Berthold F, Erttmann R, Sander J, Treuner J, Michaelis J: Children may 
not benefit from neuroblastoma screening at 1 year of age. Updated results of the 
population based controlled trial in Germany. Cancer Lett 2003, 197:19-28. 

127. Bartel DP: MicroRNAs: target recognition and regulatory functions. Cell 2009, 136:215-233. 

128. Lee RC, Feinbaum RL, Ambros V: The C. elegans heterochronic gene lin-4 encodes small 
RNAs with antisense complementarity to lin-14. Cell 1993, 75:843-854. 

129. Wightman B, Ha I, Ruvkun G: Posttranscriptional regulation of the heterochronic gene lin-14 
by lin-4 mediates temporal pattern formation in C. elegans. Cell 1993, 75:855-862. 

130. Griffiths-Jones S: The microRNA Registry. Nucleic Acids Res 2004, 32:D109-111. 

131. Griffiths-Jones S: miRBase: microRNA sequences and annotation. Curr Protoc Bioinformatics 
2010, Chapter 12:Unit 12 19 11-10. 

132. Griffiths-Jones S, Grocock RJ, van Dongen S, Bateman A, Enright AJ: miRBase: microRNA 
sequences, targets and gene nomenclature. Nucleic Acids Res 2006, 34:D140-144. 

133. Griffiths-Jones S, Saini HK, van Dongen S, Enright AJ: miRBase: tools for microRNA 
genomics. Nucleic Acids Res 2008, 36:D154-158. 

134. Kozomara A, Griffiths-Jones S: miRBase: integrating microRNA annotation and deep-
sequencing data. Nucleic Acids Res 2011, 39:D152-157. 

135. Winter J, Jung S, Keller S, Gregory RI, Diederichs S: Many roads to maturity: microRNA 
biogenesis pathways and their regulation. Nat Cell Biol 2009, 11:228-234. 



 59 

136. Kim VN, Han J, Siomi MC: Biogenesis of small RNAs in animals. Nat Rev Mol Cell Biol 2009, 
10:126-139. 

137. Siomi H, Siomi MC: On the road to reading the RNA-interference code. Nature 2009, 
457:396-404. 

138. Guarnieri DJ, DiLeone RJ: MicroRNAs: a new class of gene regulators. Ann Med 2008, 
40:197-208. 

139. Baek D, Villen J, Shin C, Camargo FD, Gygi SP, Bartel DP: The impact of microRNAs on 
protein output. Nature 2008, 455:64-71. 

140. Selbach M, Schwanhausser B, Thierfelder N, Fang Z, Khanin R, Rajewsky N: Widespread 
changes in protein synthesis induced by microRNAs. Nature 2008, 455:58-63. 

141. Jones-Rhoades MW, Bartel DP, Bartel B: MicroRNAS and their regulatory roles in plants. 
Annu Rev Plant Biol 2006, 57:19-53. 

142.Liu J, Carmell MA, Rivas FV, Marsden CG, Thomson JM, Song JJ, Hammond SM, Joshua-Tor L, 
Hannon GJ: Argonaute2 is the catalytic engine of mammalian RNAi. Science 2004, 305:1437-
1441. 

143. Djuranovic S, Nahvi A, Green R: A parsimonious model for gene regulation by miRNAs. 
Science 2011, 331:550-553. 

144. Guo H, Ingolia NT, Weissman JS, Bartel DP: Mammalian microRNAs predominantly act to 
decrease target mRNA levels. Nature 2010, 466:835-840. 

145. Brennecke J, Stark A, Russell RB, Cohen SM: Principles of microRNA-target recognition. 
PLoS Biol 2005, 3:e85. 

146. Lewis BP, Shih IH, Jones-Rhoades MW, Bartel DP, Burge CB: Prediction of mammalian 
microRNA targets. Cell 2003, 115:787-798. 

147. Lewis BP, Burge CB, Bartel DP: Conserved seed pairing, often flanked by adenosines, 
indicates that thousands of human genes are microRNA targets. Cell 2005, 120:15-20. 

148. Grimson A, Farh KK, Johnston WK, Garrett-Engele P, Lim LP, Bartel DP: MicroRNA targeting 
specificity in mammals: determinants beyond seed pairing. Mol Cell 2007, 27:91-105. 

149. Friedman RC, Farh KK, Burge CB, Bartel DP: Most mammalian mRNAs are conserved 
targets of microRNAs. Genome Res 2009, 19:92-105. 

150. Ambros V, Bartel B, Bartel DP, Burge CB, Carrington JC, Chen X, Dreyfuss G, Eddy SR, 
Griffiths-Jones S, Marshall M, et al: A uniform system for microRNA annotation. RNA 2003, 
9:277-279. 

151. Kim YK, Kim VN: Processing of intronic microRNAs. The EMBO journal 2007, 26:775-783. 

152. Huang Y, Shen XJ, Zou Q, Wang SP, Tang SM, Zhang GZ: Biological functions of 
microRNAs: a review. J Physiol Biochem 2011, 67:129-139. 

153.Chang TC, Yu D, Lee YS, Wentzel EA, Arking DE, West KM, Dang CV, Thomas-Tikhonenko A, 
Mendell JT: Widespread microRNA repression by Myc contributes to tumorigenesis. Nat 
Genet 2008, 40:43-50. 



 60 

154. He L, Thomson JM, Hemann MT, Hernando-Monge E, Mu D, Goodson S, Powers S, Cordon-
Cardo C, Lowe SW, Hannon GJ, Hammond SM: A microRNA polycistron as a potential 
human oncogene. Nature 2005, 435:828-833. 

155. Chang TC, Wentzel EA, Kent OA, Ramachandran K, Mullendore M, Lee KH, Feldmann G, 
Yamakuchi M, Ferlito M, Lowenstein CJ, et al: Transactivation of miR-34a by p53 broadly 
influences gene expression and promotes apoptosis. Mol Cell 2007, 26:745-752. 

156. Chen Y, Stallings RL: Differential patterns of microRNA expression in neuroblastoma are 
correlated with prognosis, differentiation, and apoptosis. Cancer Res 2007, 67:976-983. 

157. Schulte JH, Horn S, Otto T, Samans B, Heukamp LC, Eilers UC, Krause M, Astrahantseff K, 
Klein-Hitpass L, Buettner R, et al: MYCN regulates oncogenic MicroRNAs in neuroblastoma. 
Int J Cancer 2008, 122:699-704. 

158. Bray I, Bryan K, Prenter S, Buckley PG, Foley NH, Murphy DM, Alcock L, Mestdagh P, 
Vandesompele J, Speleman F, et al: Widespread dysregulation of MiRNAs by MYCN 
amplification and chromosomal imbalances in neuroblastoma: association of miRNA 
expression with survival. PLoS ONE 2009, 4:e7850. 

159. Hammond SM: microRNA detection comes of age. Nat Methods 2006, 3:12-13. 

160. Schulte JH, Marschall T, Martin M, Rosenstiel P, Mestdagh P, Schlierf S, Thor T, Vandesompele 
J, Eggert A, Schreiber S, et al: Deep sequencing reveals differential expression of microRNAs 
in favorable versus unfavorable neuroblastoma. Nucleic Acids Res 2010, 38:5919-5928. 

161. Fontana L, Fiori ME, Albini S, Cifaldi L, Giovinazzi S, Forloni M, Boldrini R, Donfrancesco A, 
Federici V, Giacomini P, et al: Antagomir-17-5p abolishes the growth of therapy-resistant 
neuroblastoma through p21 and BIM. PLoS ONE 2008, 3:e2236. 

162. Loven J, Zinin N, Wahlstrom T, Muller I, Brodin P, Fredlund E, Ribacke U, Pivarcsi A, Pahlman 
S, Henriksson M: MYCN-regulated microRNAs repress estrogen receptor-alpha (ESR1) 
expression and neuronal differentiation in human neuroblastoma. Proc Natl Acad Sci USA 
2010, 107:1553-1558. 

163. Mestdagh P, Van Vlierberghe P, De Weer A, Muth D, Westermann F, Speleman F, 
Vandesompele J: A novel and universal method for microRNA RT-qPCR data 
normalization. Genome Biol 2009, 10:R64. 

164. Afanasyeva EA, Hotz-Wagenblatt A, Glatting KH, Westermann F: New miRNAs cloned from 
neuroblastoma. BMC Genomics 2008, 9:52. 

165. Ma L, Young J, Prabhala H, Pan E, Mestdagh P, Muth D, Teruya-Feldstein J, Reinhardt F, Onder 
TT, Valastyan S, et al: miR-9, a MYC/MYCN-activated microRNA, regulates E-cadherin 
and cancer metastasis. Nat Cell Biol 2010, 12:247-256. 

166. Mestdagh P, Feys T, Bernard N, Guenther S, Chen C, Speleman F, Vandesompele J: High-
throughput stem-loop RT-qPCR miRNA expression profiling using minute amounts of 
input RNA. Nucleic Acids Res 2008, 36:e143. 

167. Mestdagh P, Fredlund E, Pattyn F, Schulte JH, Muth D, Vermeulen J, Kumps C, Schlierf S, De 
Preter K, Van Roy N, et al: MYCN/c-MYC-induced microRNAs repress coding gene 
networks associated with poor outcome in MYCN/c-MYC-activated tumors. Oncogene 2009, 
29:1394-1404. 



 61 

168. Shohet JM, Ghosh R, Coarfa C, Ludwig A, Benham AL, Chen Z, Patterson DM, Barbieri E, 
Mestdagh P, Sikorski D, et al: A Genome-wide Search for MYCN Binding Sites Reveals Both 
New Oncogenic and Tumor Suppressor MicroRNAs Associated with Aggressive 
Neuroblastoma. Cancer Res 2011, 71:1-11. 

169. Beveridge NJ, Tooney PA, Carroll AP, Tran N, Cairns MJ: Down-regulation of miR-17 family 
expression in response to retinoic acid induced neuronal differentiation. Cell Signal 2009, 
21:1837-1845. 

170. Mestdagh P, Bostrom AK, Impens F, Fredlund E, Van Peer G, De Antonellis P, von Stedingk K, 
Ghesquiere B, Schulte S, Dews M, et al: The miR-17-92 microRNA cluster regulates multiple 
components of the TGF-beta pathway in neuroblastoma. Mol Cell 2010, 40:762-773. 

171. Petrocca F, Visone R, Onelli MR, Shah MH, Nicoloso MS, de Martino I, Iliopoulos D, Pilozzi E, 
Liu CG, Negrini M, et al: E2F1-regulated microRNAs impair TGFbeta-dependent cell-cycle 
arrest and apoptosis in gastric cancer. Cancer Cell 2008, 13:272-286. 

172. Delaloy C, Liu L, Lee JA, Su H, Shen F, Yang GY, Young WL, Ivey KN, Gao FB: MicroRNA-9 
coordinates proliferation and migration of human embryonic stem cell-derived neural 
progenitors. Cell Stem Cell 2010, 6:323-335. 

173. Hu H, Du L, Nagabayashi G, Seeger RC, Gatti RA: ATM is down-regulated by N-Myc-
regulated microRNA-421. Proc Natl Acad Sci USA 2010, 107:1506-1511. 

174. Lavin MF: Ataxia-telangiectasia: from a rare disorder to a paradigm for cell signalling and 
cancer. Nat Rev Mol Cell Biol 2008, 9:759-769. 

175. Lin RJ, Lin YC, Chen J, Kuo HH, Chen YY, Diccianni MB, London WB, Chang CH, Yu AL: 
microRNA signature and expression of Dicer and Drosha can predict prognosis and 
delineate risk groups in neuroblastoma. Cancer Res 2010, 70:7841-7850. 

176. Foley NH, Bray IM, Tivnan A, Bryan K, Murphy DM, Buckley PG, Ryan J, O'Meara A, 
O'Sullivan M, Stallings RL: MicroRNA-184 inhibits neuroblastoma cell survival through 
targeting the serine/threonine kinase AKT2. Mol Cancer 2010, 9:83. 

177. Opel D, Poremba C, Simon T, Debatin KM, Fulda S: Activation of Akt predicts poor outcome 
in neuroblastoma. Cancer Res 2007, 67:735-745. 

178. Tivnan A, Foley NH, Tracey L, Davidoff AM, Stallings RL: MicroRNA-184-mediated 
inhibition of tumour growth in an orthotopic murine model of neuroblastoma. Anticancer 
Res 2010, 30:4391-4395. 

179. Bray I, Tivnan A, Bryan K, Foley NH, Watters KM, Tracey L, Davidoff AM, Stallings RL: 
MicroRNA-542-5p as a novel tumor suppressor in neuroblastoma. Cancer Lett 2011, 303:56-
64. 

180. Das S, Foley N, Bryan K, Watters KM, Bray I, Murphy DM, Buckley PG, Stallings RL: 
MicroRNA mediates DNA demethylation events triggered by retinoic acid during 
neuroblastoma cell differentiation. Cancer Res 2010, 70:7874-7881. 

181. Foley NH, Bray I, Watters KM, Das S, Bryan K, Bernas T, Prehn JH, Stallings RL: MicroRNAs 
10a and 10b are potent inducers of neuroblastoma cell differentiation through targeting of 
nuclear receptor corepressor 2. Cell Death Differ 2011, 18:1089-1098. 



 62 

182. Laneve P, Di Marcotullio L, Gioia U, Fiori ME, Ferretti E, Gulino A, Bozzoni I, Caffarelli E: 
The interplay between microRNAs and the neurotrophin receptor tropomyosin-related 
kinase C controls proliferation of human neuroblastoma cells. Proc Natl Acad Sci USA 2007, 
104:7957-7962. 

183. Ragusa M, Majorana A, Banelli B, Barbagallo D, Statello L, Casciano I, Guglielmino MR, Duro 
LR, Scalia M, Magro G, et al: MIR152, MIR200B, and MIR338, human positional and 
functional neuroblastoma candidates, are involved in neuroblast differentiation and 
apoptosis. J Mol Med 2010, 88:1041-1053. 

184. Welch C, Chen Y, Stallings RL: MicroRNA-34a functions as a potential tumor suppressor by 
inducing apoptosis in neuroblastoma cells. Oncogene 2007, 26:5017-5022. 

185. Thiele CJ, Reynolds CP, Israel MA: Decreased expression of N-myc precedes retinoic acid-
induced morphological differentiation of human neuroblastoma. Nature 1985, 313:404-406. 

186. Meseguer S, Mudduluru G, Escamilla JM, Allgayer H, Barettino D: MicroRNAs-10a and -10b 
contribute to retinoic acid-induced differentiation of neuroblastoma cells and target the 
alternative splicing regulatory factor SFRS1 (SF2/ASF). J Biol Chem 2011, 286:4150-4164. 

187. Laneve P, Gioia U, Andriotto A, Moretti F, Bozzoni I, Caffarelli E: A minicircuitry involving 
REST and CREB controls miR-9-2 expression during human neuronal differentiation. 
Nucleic Acids Res 2010, 38:6895-6905. 

188. Cole KA, Attiyeh EF, Mosse YP, Laquaglia MJ, Diskin SJ, Brodeur GM, Maris JM: A 
functional screen identifies miR-34a as a candidate neuroblastoma tumor suppressor gene. 
Mol Cancer Res 2008, 6:735-742. 

189. Wei JS, Song YK, Durinck S, Chen QR, Cheuk AT, Tsang P, Zhang Q, Thiele CJ, Slack A, 
Shohet J, Khan J: The MYCN oncogene is a direct target of miR-34a. Oncogene 2008, 
27:5204-5213. 

190. Lutz W, Stohr M, Schurmann J, Wenzel A, Lohr A, Schwab M: Conditional expression of N-
myc in human neuroblastoma cells increases expression of alpha-prothymosin and ornithine 
decarboxylase and accelerates progression into S-phase early after mitogenic stimulation of 
quiescent cells. Oncogene 1996, 13:803-812. 

191. Saito T, Saetrom P: MicroRNAs--targeting and target prediction. N Biotechnol 2010, 27:243-
249. 

192. Betel D, Wilson M, Gabow A, Marks DS, Sander C: The microRNA.org resource: targets and 
expression. Nucleic Acids Res 2008, 36:D149-153. 

193. Krek A, Grun D, Poy MN, Wolf R, Rosenberg L, Epstein EJ, MacMenamin P, da Piedade I, 
Gunsalus KC, Stoffel M, Rajewsky N: Combinatorial microRNA target predictions. Nat Genet 
2005, 37:495-500. 

194. Maragkakis M, Reczko M, Simossis VA, Alexiou P, Papadopoulos GL, Dalamagas T, 
Giannopoulos G, Goumas G, Koukis E, Kourtis K, et al: DIANA-microT web server: 
elucidating microRNA functions through target prediction. Nucleic Acids Res 2009, 
37:W273-276. 

195. Wang X, Tang S, Le SY, Lu R, Rader JS, Meyers C, Zheng ZM: Aberrant expression of 
oncogenic and tumor-suppressive microRNAs in cervical cancer is required for cancer cell 
growth. PLoS ONE 2008, 3:e2557. 



 63 

196. Hellemans J, Mortier G, De Paepe A, Speleman F, Vandesompele J: qBase relative 
quantification framework and software for management and automated analysis of real-
time quantitative PCR data. Genome Biol 2007, 8:R19. 

197. Doench JG, Sharp PA: Specificity of microRNA target selection in translational repression. 
Genes Dev 2004, 18:504-511. 

198. Afanasyeva EA, Mestdagh P, Kumps C, Vandesompele J, Ehemann V, Theissen J, Fischer M, 
Zapatka M, Brors B, Savelyeva L, et al: MicroRNA miR-885-5p targets CDK2 and MCM5, 
activates p53 and inhibits proliferation and survival. Cell Death Differ 2011, 18:974-984. 

199. Bell E, Premkumar R, Carr J, Lu X, Lovat PE, Kees UR, Lunec J, Tweddle DA: The role of 
MYCN in the failure of MYCN amplified neuroblastoma cell lines to G1 arrest after DNA 
damage. Cell Cycle 2006, 5:2639-2647. 

200. Evangelisti C, Florian MC, Massimi I, Dominici C, Giannini G, Galardi S, Bue MC, Massalini S, 
McDowell HP, Messi E, et al: MiR-128 up-regulation inhibits Reelin and DCX expression 
and reduces neuroblastoma cell motility and invasiveness. FASEB J 2009, 23:4276-4287. 

201. Swarbrick A, Woods SL, Shaw A, Balakrishnan A, Phua Y, Nguyen A, Chanthery Y, Lim L, 
Ashton LJ, Judson RL, et al: miR-380-5p represses p53 to control cellular survival and is 
associated with poor outcome in MYCN-amplified neuroblastoma. Nat Med 2010, 16:1134-
1140. 

202. Fukuda Y, Kawasaki H, Taira K: Exploration of human miRNA target genes in neuronal 
differentiation. Nucleic Acids Symp Ser (Oxf) 2005:341-342. 

203. Le MT, Xie H, Zhou B, Chia PH, Rizk P, Um M, Udolph G, Yang H, Lim B, Lodish HF: 
MicroRNA-125b promotes neuronal differentiation in human cells by repressing multiple 
targets. MolCell Biol 2009, 29:5290-5305. 

204. Lagos-Quintana M, Rauhut R, Lendeckel W, Tuschl T: Identification of novel genes coding for 
small expressed RNAs. Science 2001, 294:853-858. 

205. Miska EA, Alvarez-Saavedra E, Townsend M, Yoshii A, Sestan N, Rakic P, Constantine-Paton 
M, Horvitz HR: Microarray analysis of microRNA expression in the developing mammalian 
brain. Genome Biol 2004, 5:R68. 

206. Sempere LF, Freemantle S, Pitha-Rowe I, Moss E, Dmitrovsky E, Ambros V: Expression 
profiling of mammalian microRNAs uncovers a subset of brain-expressed microRNAs with 
possible roles in murine and human neuronal differentiation. Genome Biol 2004, 5:R13. 

207. Silber J, Lim DA, Petritsch C, Persson AI, Maunakea AK, Yu M, Vandenberg SR, Ginzinger DG, 
James CD, Costello JF, et al: miR-124 and miR-137 inhibit proliferation of glioblastoma 
multiforme cells and induce differentiation of brain tumor stem cells. BMC Med 2008, 6:14. 

208. Smirnova L, Grafe A, Seiler A, Schumacher S, Nitsch R, Wulczyn FG: Regulation of miRNA 
expression during neural cell specification. Eur J Neurosci 2005, 21:1469-1477. 

209. Jian P, Li ZW, Fang TY, Jian W, Zhuan Z, Mei LX, Yan WS, Jian N: Retinoic acid induces HL-
60 cell differentiation via the upregulation of miR-663. J Hematol Oncol 2011, 4:20. 

210. Krichevsky AM, Gabriely G: miR-21: a small multi-faceted RNA. J Cell Mol Med 2009, 13:39-
53. 



 64 

211. Schleiermacher G, Raynal V, Janoueix-Lerosey I, Combaret V, Aurias A, Delattre O: Variety 
and complexity of chromosome 17 translocations in neuroblastoma. Genes Chromosomes & 
Cancer 2004, 39:143-150. 

212. Folini M, Gandellini P, Longoni N, Profumo V, Callari M, Pennati M, Colecchia M, Supino R, 
Veneroni S, Salvioni R, et al: miR-21: an oncomir on strike in prostate cancer. Mol Cancer 
2010, 9:12. 

213. Pelletier C, Weidhaas JB: MicroRNA binding site polymorphisms as biomarkers of cancer 
risk. Expert Rev Mol Diagn 2010, 10:817-829. 

214. Maris JM, Guo C, Blake D, White PS, Hogarty MD, Thompson PM, Rajalingam V, Gerbing R, 
Stram DO, Matthay KK, et al: Comprehensive analysis of chromosome 1p deletions in 
neuroblastoma. Med Pediatr Oncol 2001, 36:32-36. 

215. Cao P, Deng Z, Wan M, Huang W, Cramer SD, Xu J, Lei M, Sui G: MicroRNA-101 negatively 
regulates Ezh2 and its expression is modulated by androgen receptor and HIF-1alpha/HIF-
1beta. Mol Cancer 2010, 9:108. 

216. Strillacci A, Griffoni C, Sansone P, Paterini P, Piazzi G, Lazzarini G, Spisni E, Pantaleo MA, 
Biasco G, Tomasi V: MiR-101 downregulation is involved in cyclooxygenase-2 
overexpression in human colon cancer cells. Exp Cell Res 2009, 315:1439-1447. 

217. Su H, Yang JR, Xu T, Huang J, Xu L, Yuan Y, Zhuang SM: MicroRNA-101, down-regulated 
in hepatocellular carcinoma, promotes apoptosis and suppresses tumorigenicity. Cancer Res 
2009, 69:1135-1142. 

218. Varambally S, Cao Q, Mani RS, Shankar S, Wang X, Ateeq B, Laxman B, Cao X, Jing X, 
Ramnarayanan K, et al: Genomic loss of microRNA-101 leads to overexpression of histone 
methyltransferase EZH2 in cancer. Science 2008, 322:1695-1699. 

219. Zhang JG, Guo JF, Liu DL, Liu Q, Wang JJ: MicroRNA-101 Exerts Tumor-Suppressive 
Functions in Non-small Cell Lung Cancer through Directly Targeting Enhancer of Zeste 
Homolog 2. J Thorac Oncol 2011, 6:671-678. 

220. Xu H, Cheung IY, Guo HF, Cheung NK: MicroRNA miR-29 modulates expression of 
immunoinhibitory molecule B7-H3: potential implications for immune based therapy of 
human solid tumors. Cancer Res 2009, 69:6275-6281. 

221. Castriconi R, Dondero A, Augugliaro R, Cantoni C, Carnemolla B, Sementa AR, Negri F, Conte 
R, Corrias MV, Moretta L, et al: Identification of 4Ig-B7-H3 as a neuroblastoma-associated 
molecule that exerts a protective role from an NK cell-mediated lysis. Proc Natl Acad Sci U S 
A 2004, 101:12640-12645. 

222. Roush S, Slack FJ: The let-7 family of microRNAs. Trends Cell Biol 2008, 18:505-516. 

223. Zhao Y, Deng C, Wang J, Xiao J, Gatalica Z, Recker RR, Xiao GG: Let-7 family miRNAs 
regulate estrogen receptor alpha signaling in estrogen receptor positive breast cancer. 
Breast Cancer Res Treat 2010. 

224. Akao Y, Nakagawa Y, Naoe T: let-7 microRNA functions as a potential growth suppressor in 
human colon cancer cells. Biol Pharm Bull 2006, 29:903-906. 



 65 

225. Dong Q, Meng P, Wang T, Qin W, Wang F, Yuan J, Chen Z, Yang A, Wang H: MicroRNA let-
7a inhibits proliferation of human prostate cancer cells in vitro and in vivo by targeting 
E2F2 and CCND2. PLoS ONE 2010, 5:e10147. 

226. Johnson CD, Esquela-Kerscher A, Stefani G, Byrom M, Kelnar K, Ovcharenko D, Wilson M, 
Wang X, Shelton J, Shingara J, et al: The let-7 microRNA represses cell proliferation 
pathways in human cells. Cancer Res 2007, 67:7713-7722. 

227. Lee ST, Chu K, Oh HJ, Im WS, Lim JY, Kim SK, Park CK, Jung KH, Lee SK, Kim M, Roh JK: 
Let-7 microRNA inhibits the proliferation of human glioblastoma cells. J Neurooncol 2011, 
102:19-24. 

228. Schultz J, Lorenz P, Gross G, Ibrahim S, Kunz M: MicroRNA let-7b targets important cell 
cycle molecules in malignant melanoma cells and interferes with anchorage-independent 
growth. Cell Res 2008, 18:549-557. 

229. Untergasser G, Steurer M, Zimmermann M, Hermann M, Kern J, Amberger A, Gastl G, 
Gunsilius E: The Dickkopf-homolog 3 is expressed in tumor endothelial cells and supports 
capillary formation. Int J Cancer 2008, 122:1539-1547. 

230. Olive V, Jiang I, He L: mir-17-92, a cluster of miRNAs in the midst of the cancer network. Int 
J Biochem Cell Biol 2010, 42:1348-1354. 

231. Bonauer A, Carmona G, Iwasaki M, Mione M, Koyanagi M, Fischer A, Burchfield J, Fox H, 
Doebele C, Ohtani K, et al: MicroRNA-92a controls angiogenesis and functional recovery of 
ischemic tissues in mice. Science 2009, 324:1710-1713. 

232. Valadi H, Ekstrom K, Bossios A, Sjostrand M, Lee JJ, Lotvall JO: Exosome-mediated transfer 
of mRNAs and microRNAs is a novel mechanism of genetic exchange between cells. Nat Cell 
Biol 2007, 9:654-659. 

233. De Brouwer S, Mestdagh P, Lambertz I, Pattyn F, De Paepe A, Westermann F, Schroeder C, 
Schulte JH, Schramm A, De Preter K, et al: Dickkopf-3 is regulated by the MYCN-induced 
miR-17-92 cluster in neuroblastoma. Int J Cancer 2011, 2011/07/29:DOI 10.1002/ijc.26295. 

 

 



 66 

9 Supplementary tables 
 

Supplementary table 1:  

Differentially expressed miRNAs between MNA and non-MNA primary tumors 

 

 

Supplementary table 2:  

Correlation between miRNA and N-myc expression in neuroblastoma cell lines 

 

 

 

 



Suppl. Table 1: Differentially expressed miRNAs between MNA and non-MNA primary tumors. 
U=up-regulated in MNA tumors. D=down-regulated in MNA tumors.

Study 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16
MIRNA
let-7a-2* U
let-7b U
let-7d
mir-1 U
mir-7-2* U
mir-9 U U U
mir-9* U
mir-15a D
mir-15b U
mir-15b* U
mir-17-5p U U U U U U U U
mir-18a U U U U U
mir-18a* U U U U
mir-19a U U U U U
mir-19b U U U
mir-20a U U U U U U U
mir-20b U U
mir-21 D
mir-22 D
mir-23b D
mir-25 U U U
mir-26a D
mir-26b D D
mir-27a U
mir-27b D U D
mir-28 D
mir-29a D
mir-29c D
mir-30a-5p D D
mir-30a-3p D D
mir-30b D D D D
mir-30c D D D D
mir-30d D
mir-30e D D D
mir-30e-3p D D
mir-34a* U
mir-34b U
mir-92 U U U U U U U
mir-93 U
mir-95 D D D D
mir-98 D
mir-99a U U
mir-99b D
mir-103-2* U
mir-103 D
mir-105 U
mir-105* U
mir-107 D
mir-106a U U
mir-126 D
mir-128a D D D D
mir-128b D

Studies: 1=Chen 2007; 2=Schulte 2008; 3=Afanasyeva 2008; 4=Fontana 2008; 5=Mestdagh 
2009; 6=Evangelisti 2009; 7=Bray 2009; 8=Mestdagh 2009; 9=Loven 2010; 10=Ma 2010; 

11=Foley 2010; 12=Schulte, NAR 2010; 13=Schulte, IJC 2010; 14=Lin 2010; 15=Swarbrick 
2010; 16=Afanasyeva 2011 
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mir-129-5p D
mir-129 D D D
mir-130 U
mir-135a D
mir-135a* D
mir-135b
mir-137 D D D D
mir-140 D D D
mir-142 D
mir-143
mir-146a D D
mir-148a D D D
mir-148b D D
mir-149 D D D D D D
mir-150 D
mir-152 D D
mir-153 D D
mir-181a U U U U U U
mir-181a* U
mir-181a-2* U
mir-181b U U U
Mir-181d U U
mir-184 D D D
mir-186 D D
mir-189 D
mir-190 D D D D D D
mir-192* U
mir-195 D
mir-193b U
mir-194 U
mir-195* U
mir-196a D
mir-197 D D D D
mir-199a U
mir-199a-5p U
mir-199a_AS U
mir-199b-5p U
mir-200a D
mir-214 U U
mir-215 D
mir-221 U
mir-224* U
mir-296-5p D
mir-302a D
mir-323 D D
mir-323-5p D
mir-324-5p D D D D D D
mir-324-3p D
mir-325 U
mir-326 D D
mir-328 D D
mir-329 D
mir-330 D D D D
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mir-331-3p D D
mir-331 D D D D
mir-335 D D
mir-339-3p D
mir-340 D D D
mir-340* D
mir-342
mir-380-5p D
mir-378 U
mir-379 D
mir-379* U
mir-383 U
mir-409-5p D
mir-411* D
mir-431* U
mir-432 D
mir-450a D
mir-455 D
mir-485-5p D D
mir-488 D D D
mir-488* D
mir-491 D D D
mir-494 D
mir-496 D
mir-500 D
mir-501 D
mir-504 D
mir-526b* U
mir-539 D D D
mir-542-5p D D D
mir-543-3p D
mir-550 U
mir-550* U
mir-551b U
mir-565
mir-566 U
mir-572 U U
mir-575 U
mir-576
mir-601 U
mir-610 U
mir-615 D
mir-616 D
mir-627 U
mir-628 D D
mir-628-3p D
mir-628-5p D
mir-641 U
mir-645 U
mir-654 D D
mir-654-5p D
mir-660
mir-665 U
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mir-744 D
mir-766 D
mir-935 U
mir-1179 U
mir-1248 U
mir-1249 D
mir-1259 U
mir-1287 U
mir-1290 U
mir-1308 U
mir-2110 D



Suppl. Table 2: Correlation between miRNA and N-myc expression in neuroblastoma cell lines. 
pos=positive miRNA-N-myc correlation; neg=negative (invers) miRNA-N-myc correlation. 

MYCN=experimental MYCN change

*=binding to miRNA promoter confirmed by ChIP; (*)=binding to host gene promoter (ChIP); h vs l=high- 
MYCN state vs low-MYCN state 

Study 1 2 3a 3b 4 5 6a 6b 6c 7 8 9 10 11 12
MYCN   h vs l  h vs l    nc h vs l     
MIRNA
let-7a neg
let-7b neg pos
let-7c pos neg
let-7d pos pos neg
let-7f pos neg
mir-7 pos
mir-9 neg pos * pos*
mir-15b neg pos *
mir-17-5p pos pos pos* pos* pos pos* pos
mir-18a pos pos* pos* pos pos pos * pos* pos
mir-18a* pos pos *
mir-18b pos*
mir-19a pos pos* pos* pos pos pos * pos*
mir-19b pos
mir-20a pos pos* pos* pos pos pos * pos* pos
mir-20b pos pos no pos*
mir-21 neg neg
mir-22 neg neg neg
mir-23a neg
mir-23b neg neg
mir-24 pos
mir-25 pos pos
mir-26a neg
mir-26b
mir-27a neg
mir-28 neg
mir-29a neg
mir-30b neg
mir-30d pos
mir-31 pos neg
mir-31* neg
mir-92a pos pos pos* pos
mir-92 pos pos pos* pos* pos *
mir-93 pos pos pos* pos
mir-98 neg
mir-99a pos
mir-99b neg
mir-100 pos neg
mir-103 pos
mir-106a pos pos* pos
mir-106b pos*
mir-107 pos
mir-125a-5p neg
mir-125b neg
mir-126 neg
mir-129 neg

Studies: 1=Chen 2007 (Kelly, siRNA); 2=Schulte 2008 (SHEP-MYCN-ER); 3a=Fontana 2008 (SKNAS vs 
SHSY5Y, LAN5, IMR32); 3b=Fontana 2008 (SHEP-Tet21N); 4=Mestdagh, Gen Biol, 2009; 5=Bray 2009 

(SHEP-Tet21N); 6a=Mestdagh, Oncogene, 2009 (SHEP-Tet21N); 6b=Mestdagh 2009 (SHEP-MYCN-ER); 
6c=Mestdagh 2009 (ChIP on 6 cell lines); 7=Hu 2010 (LAN vs CHLA cell lines); 8=Loven 2010 (SHEP-

Tet21N); 9=Ma 2010 (SHEP-MYCN-ER); 10=Foley 2010 (SHEP-Tet21N); 11=Das 2010 (SHEP-Tet21N); 
12=Buechner 2010 (Kelly, shRNA)
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mir-130 neg pos *
mir-135b neg
mir-137 (neg) neg
mir-140 neg
mir-141 neg
mir-142 neg
mir-143 neg
mir-145 (pos)
mir-146b-5p pos
mir-150 neg
mir-152 neg
mir-181a pos *
mir-181d neg
mir-183 pos
mir-184 neg neg
mir-186 (neg)
mir-187 neg
mir-189 neg
mir-190 neg
mir-193a-3p neg
mir-199a/b-3p neg
mir-199a-5p neg
mir-200c neg
mir-214 neg neg *
mir-216 neg
mir-218 neg
mir-221 pos
mir-222 neg
mir-302a pos
mir-320 pos
mir-323 pos
mir-326 neg
mir-330 pos
mir-335 neg
mir-342 pos
mir-374b neg
mir-378 pos
mir-421 pos*
mir-422a pos
mir-494 pos
mir-495 pos
mir-500 pos
mir-501 pos
mir-503 neg
mir-504 neg
mir-526b*
mir-565 pos



Suppl. Table 2: Correlation between miRNA and N-myc expression in neuroblastoma cell lines. 
pos=positive miRNA-N-myc correlation; neg=negative (invers) miRNA-N-myc correlation. 

MYCN=experimental MYCN change

*=binding to miRNA promoter confirmed by ChIP; (*)=binding to host gene promoter (ChIP); h vs l=high- 
MYCN state vs low-MYCN state 

Study 1 2 3a 3b 4 5 6a 6b 6c 7 8 9 10 11 12
MYCN   h vs l  h vs l    nc h vs l     

Studies: 1=Chen 2007 (Kelly, siRNA); 2=Schulte 2008 (SHEP-MYCN-ER); 3a=Fontana 2008 (SKNAS vs 
SHSY5Y, LAN5, IMR32); 3b=Fontana 2008 (SHEP-Tet21N); 4=Mestdagh, Gen Biol, 2009; 5=Bray 2009 

(SHEP-Tet21N); 6a=Mestdagh, Oncogene, 2009 (SHEP-Tet21N); 6b=Mestdagh 2009 (SHEP-MYCN-ER); 
6c=Mestdagh 2009 (ChIP on 6 cell lines); 7=Hu 2010 (LAN vs CHLA cell lines); 8=Loven 2010 (SHEP-

Tet21N); 9=Ma 2010 (SHEP-MYCN-ER); 10=Foley 2010 (SHEP-Tet21N); 11=Das 2010 (SHEP-Tet21N); 
12=Buechner 2010 (Kelly, shRNA)

mir-572 pos
mir-576 pos
mir-601 neg (*)
mir-610 neg neg (*)
mir-615 neg
mir-645
mir-660 pos
mir-663 neg
mir-671 neg
mir-768-3p neg
mir-801 pos



 
 
 

 
Paper I 



 



 
 
 

 
Paper II 



 



 
 
 

 
Paper III 



 



 
 
 

 
Appendix 



 



 



ISBN xxx-xx-xxxx-xxx-x 

 

 

 

 

 

 


	Avhandling1208-final
	Supp table 1 1-per-side
	Supp table 2 1-per-side
	Cover-paper I
	Paper I (inklusiv suppl mat)
	Jochen Diff
	Inhibition of mir-21, which is up-regulated during MYCN knockdown-mediated differentiation, does not prevent...
	Introduction
	Materials and methods
	Neuroblastoma cell lines
	Short-hairpin RNA vectors and transfection
	Immunofluorescence confocal laser microscopy
	MiRNA microarray profiling
	MiRNA microarrays
	Data analysis

	Microarray validation by Taqman miRNA RT-PCR
	Overexpression and inhibition of mir-21
	pmir-21-luc assay
	Quantitative real-time RT-PCR
	Western immunoblotting
	Cell proliferation assay
	Flow cytometric analysis

	Results
	MYCN knockdown in the MNA neuroblastoma cell line SK-N-BE (2)
	MicroRNA expression profile in MNA SK-N-BE (2) cells
	Differential miRNA expression upon MYCN knockdown-mediated differentiation
	Increased mir-21 expression is not sufficient to induce neuronal differentiation in SK-N-BE (2) and Kelly cells
	Altered mir-21 expression has no effect on proliferation during MYCN knockdown-induced differentiation

	Discussion
	Conflict of interest statement
	Acknowledgements
	Supplementary material
	References


	legends additional files
	Supplementary 1_final
	Supplementary 2_final
	Supplementary 3_final
	supplementary figure 4_final
	supplementary figure 5_final
	supplementary figure 6_final

	Cover-paper II
	Paper II (inklusiv suppl mat)
	Jochen BJC
	Tumour-suppressor microRNAs let-7 and mir-101 target the proto-oncogene MYCN and inhibit cell proliferation in MYCN-amplified neuroblastoma
	Materials and methods
	Cell lines
	Genomic DNA from patient samples and neuroblastoma cell lines
	Screening for mutations in the MYCN 3primeUTR
	Exogenously overexpression of miRNAs
	LuciferasesolMYCN-3primeUTR expression constructs
	Luciferase reporter assay (LRA)
	Western blotting
	Cell proliferation assay
	Clonogenic cell assay

	Results
	Mutational screening of the MYCN 3primeUTR
	Prediction of miRNAs targeting the MYCN 3primeUTR
	Experimental validation of MYCN-3primeUTR target sites by LRAs

	Figure 1 C to T variation at position 250 in the MYCN 3primeUTR.
	The rs922 SNP does not affect miRNA binding
	MiRNA-mediated MYCN suppression in MNA Kelly cells
	Let-7e and mir-101 inhibit cell proliferation and clonogenic growth of MNA Kelly cells

	Figure 2 Prediction and experimental investigation of MYCN-targeting miRNAs.
	Discussion
	Figure 3 Experimental validation of miRNA target sites in the 3primeUTR sequence of MYCN.
	Figure 4 The miRNA-mediated N-Myc downregulation and growth inhibition in MNA Kelly cells.
	ACKNOWLEDGEMENTS
	REFERENCES


	suppl material text
	suppl fig 1
	suppl fig 2
	suppl fig 3
	suppl fig 4
	suppl fig 5
	suppl tabl 1
	suppl tabl 2

	Cover-paper III
	Paper III (inkl suppl material)
	Haug et al 2011
	legends suppl
	BH-supplementary figure 1
	BH-supplementary figure 2 (new)
	BH-supplementary figure 3
	BH-supplementary figure 4
	BH-supplementary figure 5 (new)
	supplementary_table 1
	supplementary_table 2

	Cover-paper appendix
	13_Inhibition of gene function in mammalian cells using short-hairpin RNA (shRNA)_Henriksen
	13 Inhibition of Gene Function in Mammalian Cells Using Short-Hairpin RNA (shRNA)
	1 Introduction
	2 Materials
	2.1 Oligonucleotides and Plasmids Used for Cloning
	2.2 Cell Culture and Transfection
	2.3 Cellular Protein Isolation and Western Blot Analysis
	2.4 Total RNA Isolation and cDNA Synthesis
	2.5 Real-Time RT-PCR Analysis

	3 Methods
	3.1 Selection of Anti-MYCN shRNA Target Sites
	3.2 Designing Reverse Primers for Anti-MYCN shRNA Cloning
	3.3 Construction of Anti-MYCN shRNA Expressing Plasmids
	3.4 Transient Transfection of Anti-MYCN shRNAs into a MYCN-Amplified Neuroblastoma Cell Line
	3.5 Total Cellular Protein Isolation
	3.6 Western Immunoblot Analysis
	3.7 Total RNA Isolation
	3.8 cDNA Synthesis
	3.9 Real-Time PCR Analysis
	3.10 Results

	4 Notes

	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e5c4f5e55663e793a3001901a8fc775355b5090ae4ef653d190014ee553ca901a8fc756e072797f5153d15e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc87a25e55986f793a3001901a904e96fb5b5090f54ef650b390014ee553ca57287db2969b7db28def4e0a767c5e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020d654ba740020d45cc2dc002c0020c804c7900020ba54c77c002c0020c778d130b137c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor weergave op een beeldscherm, e-mail en internet. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for on-screen display, e-mail, and the Internet.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <FEFF004a006f0062006f007000740069006f006e007300200066006f00720020004100630072006f006200610074002000440069007300740069006c006c0065007200200037000d00500072006f006400750063006500730020005000440046002000660069006c0065007300200077006800690063006800200061007200650020007500730065006400200066006f00720020006f006e006c0069006e0065002e000d0028006300290020003200300031003000200053007000720069006e006700650072002d005600650072006c0061006700200047006d006200480020>
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToRGB
      /DestinationProfileName (sRGB IEC61966-2.1)
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing false
      /UntaggedCMYKHandling /UseDocumentProfile
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice




