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Supplementary Materials and Methods
Infection and contamination control
Human immunodeﬁciency virus 1, hepatitis B, hepatitis C and Epstein-Barr virus infections were excluded in OHC-NB1 cells by polymerase chain reaction (PCR)-based assays used in routine diagnostics. Cells were regularly monitored for mycoplasma infection using both the HEK-BlueTM-2 Mycoplasma Sensor Cell-based Plasmo TestTM (InvivoGen, San Diego, CA, USA) and a PCR-based assay using the primers: ggg AgC AAA CAg gAT TAg ATA CCC T and TgC ACC ATC TgT CAC TCT gTT AAC CTC (TIB MOLBIOL LLC, Adelphia, NJ, USA).
[bookmark: _Hlk521252655]Growth of OHC-NB1 as 3D spheroid cultures in Matrigel™ 
OHC-NB1 cells embedded in growth factor-reduced Matrigel™ without phenol red (Corning, Corning, NJ, USA) were plated into 24-well plates. DMEM/F12 medium (ThermoFisher Scientific Inc., Waltham, MA, USA) supplemented with 2% B27 (1:50, ThermoFisher Scientific Inc.), N-2 (1:100, ThermoFisher Scientific Inc.), 1 mM N-acetylcysteine (Sigma-Aldrich, St. Louis, MO, USA), 50 ng/ml recombinant human epithelial growth factor (Sigma-Aldrich), 20 ng/ml recombinant human fibroblast growth factors (PeproTech Inc., Hamburg, Germany), GlutaMAX™ (1:100, ThermoFisher Scientific) and 25 mM HEPES (ThermoFisher Scientific) was added to solidified Matrigel™ droplets as described [1]. During the first 168h in culture, medium was supplemented with 10µM Y27632 (Miltenyi Biotec, Bergisch Gladbach, Germany), an inhibitor of Rho-associated, coiled-coil containing protein kinase (ROCK). Spheroids were cultivated in a humidified incubator at 37°C and 5% CO2, and further propagated following mechanical dissociation after spheroids had reached ~250 μm in diameter.
Tumor preparation for passaging in mice
OHC-NB1 xenografts were initially mechanically dissociated for passaging. The tumor was first cut into small pieces with a scalpel then gently trituration in 2ml DMEM supplemented with 1% penicillin/streptomycin (ThermoFisher Scientific Inc.) through the aperture of a glass pipette. Mechanically dissociated xenograft suspensions were then enzymatically dissociated using 0.01% papain (Sigma-Aldrich), 0.1% dispase (Sigma-Aldrich), 0.01% DNAse I (AppliChem, Munich, Germany) and 12.4 mM MgSO4 in Hanks’ Balanced Salt Solution without Ca2+ or Mg2+ (Biochrom GmbH, Berlin, Germany), involving several centrifugation and resuspension steps. Dissociated cells were cultivated for 24h in DMEM supplemented with 10% FCS (Sigma-Aldrich) and 1% non-essential amino acids (Lonza, Basel, Switzerland) before reimplantation for the next xenograft passage.  
Multicolor FISH and DNA probes for MYC / MYCN FISH
Multicolor FISH karyotypes of OHC-NB1 cells were obtained using the 24-cyte multicolor FISH probe mix (Metasystems, Newton, MA, USA) as described [2]. BAC clones directed against MYC (CTD-2034C18 probe) and MYCN (RP11-355H10 probe) were used for MYC / MYCN FISH analyses as described [2].
Targeted sequencing
A hybrid-capture sequencing panel customized for neuroblastoma was used to characterize the TERT locus (Neo New Oncology AG, Cologne, Germany).
RNA extraction and real-time quantitative reverse transcription PCR
Total RNA was isolated from cell lines using the RNeasy Mini Kit (Qiagen). The Thermo Scientific First-Strand cDNA Synthesis Kit was used to transcribe cDNAs for qRT-PCR analysis. Relative gene expression was measured using SYBR Green Dye (Eurogentec) on a StepOnePlus Real-time PCR system (Applied Biosystems), and normalized to RPS18 expression or the averaged expression of RPS18 and SDHA [3]. The specific primer pairs used are summarized in Supplementary Table S1. Data were analyzed using  StepOne™/StepOnePlus™Software v2.3, and changes in expression were calculated using the ΔΔCt method.
Western blotting, flow cytometry and immunohistochemistry
Cells were lysed for western blotting in buffer containing 20mM Tris-HCl, 7M urea, 0.01% Triton X-100, 100mM DTT, 40mM MgCl2 and cOmplete® protease inhibitor cocktail (Sigma-Aldrich). The following antibodies were used: rabbit monoclonal anti-histone H3 (Cell Signaling) and mouse monoclonal anti-MYCN (clone B.8.4.B, Santa Cruz Biotechnology, Santa Cruz, CA, USA). Immunohistochemistry was performed on formalin-fixed, paraffin-embedded tumor sections as described [4-5]. Digitized images were generated using a LEICA DMRBE microscope, SPOT CCD camera and SPOT2.1.2 software. Fluorescence activated cell sorting analyses were performed on a BD LSRFortessa™ X-20 (BD Biosciences), and data were analyzed using FlowJo V10 software (TreeStar). The immunophenotyping was conducted on unfixed cells with fluorophore-conjugated monoclonal antibodies [6]: PE mouse anti-human GD2 (clone 14.G2a, BD Biosciences, San Jose, CA, USA), APC mouse anti-human NCAM1 (clone HCD56; BioLegend, San Diego, CA, USA), PE mouse anti-human L1CAM (clone REA163, Miltenyi Biotec, Bergisch Gladbach, Germany) and APC mouse anti-human L1CAM (clone REA163, Miltenyi Biotec). 
Luminex assay
Phosphoproteins were detected using a customized Luminex system. In brief, cell lysates were prepared using the Bio-Plex Pro™ Cell Signaling Reagent Kit according to the manufacturer’s instructions (Bio‐Rad, Hercules, CA). Protein concentration was quantified using the Pierce™ BCA Protein Assay Kit (ThermoFisher Scientific Inc.). In total, 15 µg of protein were analyzed using a customized Luminex assay from ProtATonce Ltd. (Cambridge, UK) and beads specific for pEGFR (Y1068), pERK (Thr202/Y204), pMEK (S217/S221), pCREB1 (S133),  pP70S6K  (T389), pAKT (T308), pS6 (S235/S236) and pGSK3 (S21/S9) according to the manufacturer's instructions. The Bio-Plex® MAGPIX™ Multiplex Reader (Bio‐Rad) and the xPONENT software (Luminex, Austin, TX, USA) were used for data acquisition.
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Supplementary Tables
Supplementary Table S1. Primers used in qRT-PCR.
	gene
	forward primer (5’-3’)
	reverse primer (5’-3’)

	BIRC5
	GGACCACCGCATCTCTACAT
	GTTCCTCTATGGGGTCGTCA

	DCX
	GCTGTGTCCTCTGACCGTTT
	TGACAGACCAGTTGGGATTG

	GAP43
	GTCCTCCAAGGCTGAAGATG
	CGGGCACTTTCCTTAGGTTT

	HDAC5
	GTCTCGGCTCTGCTCAGTGTAGA
	GGCCACTGCGTTGATGTTG

	LIN28B
	AGAAAAGAAAACCAAAGGGAGATA
	GAGGTAGACTACATTCCTTAGCATGA

	MYCN
	CCACGTCCGCTCAAGAGTGT
	CCCTGAGCGTGAGAAAGCTG

	NEFL
	TCAACGTGAAGATGGCTTTG
	TTCCTCCACTTCGATCTGCT

	NES
	CGGCTGCGGGCTACTG
	AGCGATCTGGCTCTGTAGGC

	NTRK2
	GCAATGATGATGACTCTGCC
	GGAACACTTTTCCAAAGGCT

	RPS18
	GAGGATGAGGTGGAACGTGT
	TCTTCAGTCGCTCCAGGTCT

	SDHA
	TGGGAACAAGAGGGCATCTG
	CCACCACTGCATCAAATTCATG

	TERT
	GTC TGG AGC AAG TTG CAA AG
	CGA TGC TGC CTG ACC TCT





Supplementary Table S2. Total number of somatic SNVs in the OHC-NB1 samples and frequency of these SNVs in healthy individuals with a minor allele frequency greater 1% as reported by public sequencing consortia. 
	OHC-NB1 models
	Number of SNVs
	Frequency of detected SNVs in healthy individuals

	
	
	G1000*
	gnomAD#
	NHLBI-ESP 6500§

	Originating bone marrow metastasis
	80
	6
	4
	0

	Primary culture
	93
	4
	6
	1

	Xenograft #1
	540
	7
	4
	2

	2D monolayer
	158
	4
	5
	0

	Xenograft #4
	156
	5
	7
	0

	Conditioned medium
	149
	3
	8
	0


*	1000 genomes project, 201508 collection v5b
#	Genome Aggregation Database, exome collection, v2.1.1
§	NHLBI GO Exome Sequencing Project (ESP), 6500 exomes, data freeze: 2014/12/22
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