Table 1 MIQE checklist
	ITEM TO CHECK
	IMPOR-TANCE
	CHECK-LIST
	WHERE IN MANUSCRIPT; 
ADDITIONAL COMMENTS

	EXPERIMENTAL DESIGN
	 
	 
	 

	Definition of experimental and control  groups
	E
	Yes
	Materials and methods chapter
- Cell lines, zebularine treatment, RNA isolation, and efficacy
- Q-PCR validation of candidate genes in human tissue specimens

	Number within each group
	E
	Yes
	Materials and methods chapter
- Cell lines, zebularine treatment, RNA isolation, and efficacy
- Q-PCR validation of candidate genes in human tissue specimens

	Assay carried out by core lab or investigator's lab?
	D
	Yes
	all assays were performed in investigator's lab

	Acknowledgement of authors' contributions 
	D
	Yes
	see authors contribution section

	SAMPLE
	 
	 
	 

	Description
	E
	Yes
	Materials and methods chapter
Q-PCR validation of candidate genes in human tissue specimens

	Volume/mass of sample processed
	D
	Yes
	approx. 25-30mg tissue

	Microdissection or macrodissection
	E
	Yes 
	Materials and methods chapter
Q-PCR validation of candidate genes in human tissue specimens

	Processing procedure
	E
	Yes
	Materials and methods chapter
Q-PCR validation of candidate genes in human tissue specimens

	If frozen - how and how quickly?
	E
	Yes
	Materials and methods chapter
Q-PCR validation of candidate genes in human tissue specimens

	If fixed - with what, how quickly?
	E
	N/A
	-

	Sample storage conditions and duration (especially for FFPE samples)
	E
	Yes
	tissue samples immediately snap frozen in liquid nitrogen and stored at -80ºC
total RNA stored at -80°C
cDNA stored at -20°C

	NUCLEIC ACID EXTRACTION
	 
	 
	 

	Procedure and/or instrumentation
	E
	Yes
	Materials and methods chapter
Q-PCR validation of candidate genes in human tissue specimens

	Name of kit and details of any modifications
	E
	YES
	RNAzolB (WAK-Chemie, Cat. No. CS-105)

	Source of additional reagents used 
	D
	N/A
	-

	Details of DNase or RNAse treatment
	E
	No
	-

	Contamination assessment (DNA or RNA)
	E
	Yes
	230/260 and 260/280 ratios (Nanodrop Technologies, Wilmington, DE, USA), Bioanalyzer 2100 (Agilent Technologies, Santa Clara, CA, USA)

	Nucleic acid quantification 
	E
	Yes
	total RNA from normal and tumor tissues, median: 420,5 ng/µL (N); 375,3 ng/µL (T)

	Instrument and method
	E
	Yes
	Materials and methods chapter
Q-PCR validation of candidate genes in human tissue specimens

	Purity (A260/A280) 
	D
	Yes
	median 260/280 ratio: 2.0 ±0.05 (N), 1.9 ±0.07 (T)

	Yield
	D
	Yes
	median: normal 42µg (N), 37,5µg

	RNA integrity method/instrument
	E
	Yes
	Bioanalyzer 2100 (Agilent Technologies, Santa Clara, CA, USA)

	RIN/RQI or Cq of 3' and 5' transcripts 
	E
	Yes
	RIN values:
A-498 cells: median: 9,0
tissue: 8,0 (N), 8,6 (T)

	Electrophoresis traces
	D
	No
	-

	Inhibition testing (Cq dilutions, spike or other) 
	E
	Yes
	serial dilutions, PCR efficiencies between 95%-108%

	REVERSE TRANSCRIPTION
	 
	 
	 

	Complete reaction conditions
	E
	Yes
	Denaturation: 65°C for 10min 
cDNA synthesis: 25°C for 10min followed by 50°C for 30min

	Amount of RNA and reaction volume
	E
	Yes
	1µg in 20µL reaction volume

	Priming oligonucleotide (if using GSP) and concentration
	E
	Yes
	random hexamers, 60µM

	Reverse transcriptase and concentration
	E
	Yes
	Transcriptor® Reverse Transcriptase (10U/µL, Roche Diagnostics, Cat. No. 04896866001)

	Temperature and time
	E
	Yes
	see complete reaction conditions (above)

	Manufacturer of reagents and catalogue numbers
	D
	Yes
	Transcriptor First-Strand cDNA Synthesis Kit (Roche Diagnostics, Cat. No. 04896866001)

	Cqs with and without RT
	D*
	No
	No Cqs <40 observed 

	Storage conditions of cDNA
	D
	Yes
	-20°C

	qPCR TARGET INFORMATION
	 
	 
	 

	If multiplex, efficiency and LOD of each assay.
	E
	N/A
	-

	Sequence accession number
	E
	Yes
	Table 2

	Location of amplicon
	D
	N/A
	UPL and Taqman (TIB MOLBIOL, Berlin): specificity guaranteed by the manufacturer

	Amplicon length
	E
	Yes
	Table 2

	In silico specificity screen (BLAST, etc)
	E
	N/A
	-

	Pseudogenes, retropseudogenes or other homologs?
	D
	N/A
	-

	Sequence alignment
	D
	N/A
	-

	Secondary structure analysis of amplicon
	D
	N/A
	-

	Location of each primer by exon or intron (if applicable)
	E
	N/A
	-

	What splice variants are targeted?
	E
	N/A
	-

	qPCR OLIGONUCLEOTIDES
	 
	 
	 

	Primer sequences
	E
	Yes
	Table 2

	RTPrimerDB Identification Number 
	D
	Yes
	Table 2

	Probe sequences
	D**
	N/A
	UPL primers, (Roche Diagnostics GmbH, quality guaranteed by manufacturer)

	Location and identity of any modifications
	E
	N/A
	UPL primers, (Roche Diagnostics GmbH, specifications by manufacturer)

	Manufacturer of oligonucleotides
	D
	Yes
	Materials and methods chapter
Q-PCR validation of candidate genes in human tissue specimens

	Purification method
	D
	N/A
	-

	qPCR PROTOCOL
	 
	 
	 

	Complete reaction conditions
	E
	Yes
	denaturation: 95°C for 10min, amplification (95°C for 10sec, and 59°C for 20sec, and 72°C for 1sec) x 45 cycles, 72°C for 7min final extension

	Reaction volume and amount of cDNA/DNA
	E
	Yes
	Materials and methods chapter
Q-PCR validation of candidate genes in human tissue specimens
10µL final volume containing 1µL cDNA, 2x FastStart Taq DNA Polymerase Probes Master mix, UPL probes for target genes and Taqman probe for reference gene

	Primer, (probe), Mg++ and dNTP concentrations
	E
	Yes
	included in LightCycler480 Probes Master, (Roche Diagnostics, Cat. No. 04707494001)

	Polymerase identity and concentration 
	E
	Yes
	included in LightCycler480 Probes Master, (Roche Diagnostics, Cat. No. 04707494001)

	Buffer/kit identity and manufacturer 
	E
	Yes
	included in LightCycler480 Probes Master, (Roche Diagnostics, Cat. No. 04707494001)

	Exact chemical constitution of the buffer
	D
	Yes
	included in LightCycler480 Probes Master, (Roche Diagnostics, Cat. No. 04707494001)

	Additives (SYBR Green I, DMSO, etc.)
	E
	Yes
	Materials and methods chapter
Cell lines, zebularine treatment, RNA isolation, and efficacy

	Manufacturer of plates/tubes and catalog number
	D
	Yes
	96-well PCR plates (Roche Diagnostics, Cat.no. 04729692001 with sealing foils)

	Complete thermocycling parameters
	E
	Yes
	see complete reaction conditions (above)

	Reaction setup (manual/robotic)
	D
	Yes
	manual

	Manufacturer of qPCR instrument
	E
	Yes
	Roche Diagnostics GmbH

	qPCR VALIDATION
	 
	 
	 

	Evidence of optimisation (from gradients) 
	D
	Yes
	optimization guaranteed by the manufacturer (Roche Diagnostics GmbH)

	Specificity (gel, sequence, melt, or digest)
	E
	Yes
	gel electrophoresis (correct size)

	For SYBR Green I, Cq of the NTC
	E
	Yes
	Cq>40

	Standard curves with slope and y-intercept
	E
	Yes
	Table 2 in this file

	PCR efficiency calculated from slope
	E
	Yes
	Table 2 in this file

	Confidence interval for PCR efficiency or standard error
	D
	Yes
	Table 2 in this file

	r2 of standard curve
	E
	No
	not calculated by LightCycler480

	Linear dynamic range
	E
	Yes
	Table 2 in this file

	Cq variation at lower limit
	E
	Yes
	Table 2 in this file

	Confidence intervals throughout range
	D
	No
	-

	Evidence for limit of detection
	E
	Yes
	no, all data points within the linear dynamic range

	If multiplex, efficiency and LOD of each assay.
	E
	N/A
	-

	DATA ANALYSIS
	 
	 
	 

	qPCR analysis program (source, version)
	E
	Yes
	version 1.5.0, LightCycler480 (Roche Diagnostics GmbH, Mannheim, Germany)

	Cq method determination
	E
	Yes
	second derivative maximum

	Outlier identification and disposition
	E
	Yes
	none detected

	Results of NTCs 
	E
	Yes
	no Cq <40 observed

	Justification of number and choice of reference genes
	E
	Yes
	no regulation of PBGD observed

	Description of normalisation method
	E
	Yes
	Materials and methods chapter
Q-PCR validation of candidate genes in human tissue specimens

	Number and concordance of biological replicates
	D
	Yes
	Materials and methods chapter
Q-PCR validation of candidate genes in human tissue specimens

	Number and stage (RT or qPCR) of technical replicates
	E
	Yes
	Materials and methods chapter
Q-PCR validation of candidate genes in human tissue specimens

	Repeatability (intra-assay variation)
	E
	Yes
	intra-run (n=10) measurements for the FABP6 gene. Cq values ranged between 22.51 and 22. 8, median-22.69, SD±0.101, SD% 0.446.

	Reproducibility (inter-assay variation, %CV)
	D
	No
	-

	Power analysis
	D
	No
	-

	Statistical methods for result significance
	E
	Yes
	Materials and methods chapter
Statistical methods

	Software (source, version)
	E
	Yes
	Materials and methods chapter
Statistical methods

	Cq or raw data submission using RDML
	D
	No
	-



qPCR validation experiments according to MIQE guidelines with respect to the calibration curves and the dynamic range of measurements.
Calibration curves were generated with diluted cDNAs (at least four dilution steps). The Cq values were calculated automatically by the LightCycler software, version 1.5.0. The slopes, intercepts, and errors of the regression lines of the calibration curves from these dilution series and the PCR efficiency (E=10-1/slope) including the dynamic range and the Cq variation at the lower limit (end point of the linear dynamic range) were also calculated by this software. Data and curves of MT2A, MT1H, and PBGD are exemplary shown below. 
Table 2 qPCR validation

	Gene
	PCR-Efficiency
	Slope
	Y-Intercept
	Error&
	Linear dynamic
 range#
	Cq variation 
at the lowest limit (SD)§

	MT2A
	1,8
	-3,914
	0,427
	0,0781
	19,99 - 35,8
	0,45

	MT1H
	2,04
	-3,227
	3,91
	0,0148
	18,43 - 33,01
	0,2

	PBGD
	2,07
	-3,147
	7,226
	0,128
	18,44 - 34,235
	0,11



& The error value is the mean squared error of the single data points fit to the regression line, according to the definition given in the handbook of the LightCycler software
# The linear dynamic range represents the range of the Cq values between the highest and the lowest concentration of linear interval of the calibration curve.
§ Cq variation given as SD at the endpoint of the linear dynamic range that corresponds to the lowest concentration in the linear interval of the calibration curve.
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