Supplementary Table 2
	Item to check 
	Importance
	

	Experimental design

	Definition of experimental and control groups
	E
	Experimental group includes  eutopic, proliferative and luteal endometrium from infertile women with various stages of endometriosis defined according with revised American Society for Reproductive Medicine ( rASRM) classification system. Control group includes eutopic, proliferative and luteal endometrium from fertile women w/o endometriosis .

	Number within each group
	E
	1. Proliferative endometrium has 12 samples with minimal endometriosis (I, II st. rASRM), 11 samples with advanced endometriosis (III- IV st. RASRM) and 9 samples from fertile women w/o endometriosis. 

2. Luteal endometrium has 8 samples with minimal endometriosis            (I, II st. rASRM), 7 samples with advanced endometriosis (III- IV st. RASRM) and 9 samples from fertile women w/o endometriosis. 

	Assay carried out by the core or investigator’s laboratory? 
	D
	N/A 

	Acknowledgment of authors’ contributions 
	D
	Przemysław Wirstlein

	Sample

	Description 
	E
	Eutopic endometrium tissue

	Volume/mass of sample processed 
	D
	

	Microdissection or macrodissection 
	E
	N/A

	Processing procedure 
	E
	Immersed overnight  in AllProtect Tissue Reagent (Qiagen, Germany)

	If frozen, how and how quickly? 
	E
	Frozen -20°C

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

	Sample storage conditions and duration (especially for FFPEb samples) 
	E
	-20°C

	Nucleic acid extraction

	Procedure and/or instrumentation 
	E
	Affinity, on columns

	Name of kit and details of any modifications 
	E
	AllPrep® DNA/RNA/Protein/ MiniKit (50) ref. # 80004. In last step, protein  was precipitated with ice cold acetone, and resolved in 2%SDS, according to Pierce TR0049.0 technical resouce.

	Source of additional reagents used 
	D
	SDS obtained from Sigma Aldrich (Steinheim, Germany)

	Details of DNase or RNase treatment 
	E
	RNA samples were treated with DNase I

	Contamination assessment (DNA or RNA) 
	E
	qPCR amplification of genomic DNA fragment

	Nucleic acid quantification 
	E
	spectrophotometrically

	Instrument and method 
	E
	NanoDrop ND1000 (ThermoScientific, USA)

	Purity (A260/A280) 
	D
	

	Yield 
	D
	

	RNA integrity: method/instrument 
	E
	agarose gel electrophoresis

	RIN/RQI or Cq of 3_ and 5_ transcripts 
	E
	N/A

	Electrophoresis traces 
	D
	

	Inhibition testing (Cq dilutions, spike, or other) 
	E
	Cq dilutions of cDNA

	Reverse transcription

	Complete reaction conditions 
	E
	1ug of Total RNA was dissolved in  14ul final volume gDNA wipeout Buffer. After gDNA eliminaton step (2min; 420C). Next, 4ul Quantiscript RT Buffer (IncludesMg and dNTPs ), 1ul Primer Mix (blended: oligo d(T) and hexamers) and 1ul Quantiscript Reverse Transcriptase (Contained Rnase inhibitor) was added to final  volume 20ul). Reverse transcription was performed 15min. at 420C and 3min. at 950C.

	Amount of RNA and reaction volume 
	E
	1 μg of RNA, reaction volume 20 μl

	Priming oligonucleotide (if using GSP) and concentration 
	E
	oligo d(T) and hexamers  blended. 

The manufacturer didn’t provaide detailed concentration

	Reverse transcriptase and concentration 
	E
	Quantiscript Reverse Transcriptase (Qiagen, Germany). The manufacturer didn’t provaide details 

	Temperature and time 
	E
	according to the manufacturer’s protocol 

	Manufacturer of reagents and catalogue numbers 
	D
	For RT Quantitect Reverse Transcription Kit, ref. # 205311(Qiagen, Germany)

	Cqs with and without reverse transcription 
	Dc
	

	Storage conditions of cDNA 
	D
	-20°C

	qPCR target information

	Gene symbol 
	E
	TET1, TET2, TET3

	Sequence accession number (ENST)
	E
	00000138336 TET1                                                                                         00000168769 TET2                                                                                           00000187605 TET3

	Location of amplicon 
	D
	

	Amplicon length 
	E
	159 TET1                                                                                                                             188 TET2                                                                                            
129 TET3

	In silico specificity screen (BLAST, and so on) 
	E
	BLASTN 2.5.1+ (https://blast.ncbi.nlm.nih.gov/)

	Pseudogenes, retropseudogenes, or other homologs? 
	D
	

	Sequence alignment 
	D
	BLASTN 2.5.1+ (https://blast.ncbi.nlm.nih.gov/)

	Secondary structure analysis of amplicon 
	D
	Oligo 7.6 software (http://www.oligo.net/downloads.html)

	Location of each primer by exon or intron (if applicable) 
	E
	TET1: forward – exon 7, reverse - exon 8

TET2: forward – exon 6, reverse - exon 7

TET3: forward - exons junction7/8, reverse - exon 9

	What splice variants are targeted? 
	E
	Homo sapiens tet methylcytosine dioxygenase 1, transcript variant TET1-201

Homo sapiens tet methylcytosine dioxygenase 2, transcript variant TET1-209Homo sapiens tet methylcytosine dioxygenase 3 ), transcript variant TET3-201

	qPCR oligonucleotides

	Primer sequences 
	E
	TET1 forward: 5’ATACAATGGGCACCCTACCG3’

TET2 forward: 5’GCTGACAAACTCTACTCGG3’

TET3 forward: 5’CCCAAAGAGGAAGAAGTG3’

TET1 reverse: 5’GGGCTTGGGCTTCTACCAAA3’

TET2 reverse: 5’CTTCTGGCAAACTTACATCC3’

TET3 reverse: 5’GCAGTCAATCGCTATTTC3’

ACTB forward: 5’TCCTCCCTGGAGAAGAGCTCAC3’

ACTB reverse: 5’TGAAGGTAGTTTCGTGGATGC3’

RPLP0 forward: 5’GGCGACCTGGAAGTCCAACT3’

RPLP0 reverse: 5’CCATCAGCACCACAGCCTTC3’

	RTPrimerDB identification number 
	D
	N/A

	Probe sequences 
	Dd
	N/A

	Location and identity of any modifications 
	E
	N/A

	Manufacturer of oligonucleotides 
	D
	TIB MOLBIOL Sp. z o.o.(Poznan, Poland; http://www.tib-molbiol.pl/)

	Purification method 
	D
	 Polyacrylamide gel electrophoresis

	qPCR protocol

	Complete reaction conditions 
	E
	10 μl Master Mix (2×conc., 5mM MgCl2incl.) + + 1μl  F and R primer mix (5 μM final conc. of each one) + 1 μl cDNA + 8 μl H2O

	Reaction volume and amount of cDNA/DNA 
	E
	Reaction volume 20 μl (cDNA 1 μl)

	Primer, (probe), Mg2+, and dNTP concentrations 
	E
	Final concentrations: Primer 0.5 μM, Mg2+ 2.5 mM, dNTP 0.8 mM 

	Polymerase identity and concentration 
	E
	 Polymerase based on a hot start version of a modified Tbr DNA polymerase. 

	Buffer/kit identity and manufacturer 
	E
	DyNAmoTM HS SYBR®Green qPCR Kit Ref.#F-410 (ThermoScientific, USA)

	Exact chemical composition of the buffer 
	D
	N/A

	Additives (SYBR Green I, DMSO, and so forth) 
	E
	SYBR Green I

	Manufacturer of plates/tubes and catalog number 
	D
	ThermoScientific 0,2 PCR Thermo-Tubes Ref.#AB-0620

	Complete thermocycling parameters 
	E
	Preincubation: 15min 95°C, 

Amplification: 10s 94°C, 10s 55°C, 20s 72°C with single fluorescence acquisition, 40 cycles, Ramp rate: 2.2°C (cooling) and 4.4°C (heating) Melting: 1min 95°C, 1min 40°C, 75-95°C with continuous fluorescence acquisition

	Reaction setup (manual/robotic) 
	D
	Manual

	Manufacturer of qPCR instrument 
	E
	RotorGene3000 (Corbett Research, Australia)

	qPCR validation

	Evidence of optimization (from gradients) 
	D
	PCR with gradient temperature of annealing and electrophoresis

	Specificity (gel, sequence, melt, or digest) 
	E
	Melting curve

	For SYBR Green I, Cq of the NTC 
	E
	NTC with no amplification observed (Cq>32)

	Calibration curves with slope and y intercept 
	E
	The PCR amplification efficiency for target and reference cDNA was determined by different standard curves created by consecutive dilutions of the cDNA template mixture.

	PCR efficiency calculated from slope 
	E
	TET1 E=1.0

TET2 E=1.0

TET3 E=1.0

	CIs for PCR efficiency or SE 
	D
	

	r2 of calibration curve 
	E
	R2 range from 0.9985 to 0,9997

	Linear dynamic range 
	E
	cDNA dilution from 1 to 1/10-4

	Cq variation at LOD 
	E
	N/A

	CIs throughout range 
	D
	

	Evidence for LOD 
	E
	N/A

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

	Data analysis

	qPCR analysis program (source, version) 
	E
	RotorGene 6. Version 6.1 (Build 93) (Corbett Research, Australia) 

	Method of Cq determination 
	E
	Second derivative maximum method

	Outlier identification and disposition 
	E
	 Pierce criterion

	Results for NTCs 
	E
	No amplification observed for NTCs

	Justification of number and choice of reference genes 
	E
	Two reference genes: Actin, beta (ACTB)*and Ribosomal Protein Lateral Stalk Subunit P0 (RPLP0) [19-22].                                                                                                  

	Description of normalization method 
	E
	Relative quantification method with a calibrator. The calibrator spanning the complete PCR amplicon* was prepared as a cDNA mix from cDNA samples and consecutive  dilutions were used to create a standard curve. The quantity of TET’s transcript in each sample was standardized by the geometric mean of transcript levels [18}.


	Number and concordance of biological replicates 
	D
	

	Number and stage (reverse transcription or qPCR) of technical replicates 
	E
	Three

	Repeatability (intraassay variation) 
	E
	N/A

	Reproducibility (interassay variation, CV) 
	D
	N/A

	Power analysis 
	D
	N/A

	Statistical methods for results significance 
	E
	the Kruskal-Wallis test with Dunn's post-hoc

	Software (source, version) 
	E
	 SigmaStat v.3.5 (Systat Software Inc; USA)

	Cq or raw data submission with RDML 
	D
	N/A


a All essential information (E) must be submitted with the manuscript. Desirable information (D) should be submitted if available. If primers are from RTPrimerDB, information on qPCR target, oligonucleotides, protocols, and validation is available from that source.

b FFPE, formalin-fixed, paraffin-embedded; RIN, RNA integrity number; RQI, RNA quality indicator; GSP, gene-specific priming; dNTP, deoxynucleoside triphosphate.

c Assessing the absence of DNA with a no–reverse transcription assay is essential when first extracting RNA. Once the sample has been validated as DNA free, inclusion of a no–reverse transcription control is desirable but no longer essential.

d Disclosure of the probe sequence is highly desirable and strongly encouraged; however, because not all vendors of commercial predesigned assays provide this information, it cannot be an essential requirement. Use of such assays is discouraged.

