Supplemental Data

Table S1. Primers used for pyrosequencing, size and position of the amplicons with number of investigated CGs in each gene.

	
	Gene
	Primer name
	Sequence 5’ (3’
	Size (bp2)
	Position in the gene†
	No of CG sites
	Annealing Temp(°)

	1
	APC
	pAPCp1f
	GGGTTAGGGTTAGGTAGGTTGT
	95
	-180 to -85
	5
	52

	
	
	(B)pAPCp1r
	B* - AATTACACAACTACTTCTCTCTCC
	
	
	
	

	
	
	pAPCp1s
	GGTTAGGGTTAGGTAGGTT
	
	
	
	

	2
	RARB
	RARbp2f
	GTATAGAGGAATTTAAAGTGTGGGT
	90
	53  to 143
	5
	52

	
	
	(B)RARbp2R
	B - ACCCAAACAAACCCTACT
	
	
	
	

	
	
	RARbp2s
	GTTTGAGGATTGGGATG
	
	
	
	

	3
	RASSF1A
	pRASF3f1
	AAGGAGGGAAGGAAGGGTAA
	89
	-100  to -11
	6
	53

	
	
	(B)pRASF3r1
	B-AAACCTAAATACAAAAACTATAAAACCC
	
	
	
	

	
	
	pRASF3s1
	GGAAGGAAGGGTAAG
	
	
	
	

	4
	GSTπ
	pGSTPr1f
	GGGAGTAAATAGATAGTAGGAAGAG
	140
	-378 to -238
	4
	49

	
	
	(B)pGSTPr1r
	B-CCCTCTCCCCTACCCTATAA
	
	
	
	

	
	
	pGSTPr1s
	AGATAGTAGGAAGAGGA
	
	
	
	

	5
	MDR1
	MDR1p1F
	GTTTAGGTTTTTTGTGGTAAAG
	168
	11292 to

11124
	5
	52

	
	
	(b)MDR1p1R
	B-TTCCTCCTAAAAATTCAACCTATT
	
	
	
	

	
	
	MDR1p1s
	GTTTTTTGTGGTAAAGAGAG
	
	
	
	

	6
	TIG1
	TIG1p1F
	GGAAGTTGAAGAAGTGAAG
	84
	289 to 205
	6
	53

	
	
	(B)TIG1p1R
	B-ACCCTAAACAACCTCAAA
	
	
	
	

	
	
	TIG1p1s
	GGAAGTTGAAGAAGTGAAG
	
	
	
	

	7
	EDNRB
	EDNRBf
	AGAGGGTATTAGGAAGGAGTTT
	169
	56713 to 56881
	5
	52

	
	
	(B)EDNRBr
	B-ACAAAACACTTAAATCAACTACCC
	
	
	
	

	
	
	EDNRBs
	AGGGTATTAGGAAGGAGTTT
	
	
	
	

	8
	CDH13
	CDH13p2f
	AGTTTTTTTTTTTTATTTGGGATAGGAG
	153
	28 to 181
	4
	53

	
	
	(B)CDH13p2r
	B-ACCTCTCCTCAAAACCTAACTC
	
	
	
	

	
	
	CDH13p2s
	TTTTTTTATTTGGGATAGGAGAA
	
	
	
	

	9
	HIN1
	pHIN1p1f
	GGTTTGTTTGTTTTTAGAGGGTTTTAG
	119
	-233 to -112
	4
	53

	
	
	(B)pHIN1p1r
	B-ACCCTAACCAACTTCCTACT
	
	
	
	

	
	
	pHIN1p1s
	GTAGGGAAGGGGGTA
	
	
	
	

	10
	DPYS
	DPYS F
	GGTTTGGGGTGTTTTTTTGTAAGG
	145
	-85 to 50
	4
	56

	
	
	(B) DPYS R
	B-TAAACTCCAACCCAACCTTCC
	
	
	
	

	
	
	DPYS s
	AGTTTTGTTTTAGGTTGTAAATT
	
	
	
	

	11
	NKX 25
	NKX25F
	GGTTAGTATGTAGGAGGAGG
	116
	209 to 325
	5
	51

	
	
	(B) NKX25 R
	B-CCTTCTCAATCAAAAACATCCT
	
	
	
	

	
	
	NKX25 s
	AGTATGTAGGAGGAGGG
	
	
	
	

	12
	EGFR5
	EGFR5F
	GTTGGGGAAGTTAGTTGTAGAGG
	90
	238 to 328
	6
	50

	
	
	(B) EGFR5R
	B-AAACTACTCCCAACTTAAATCTAT
	
	
	
	

	
	
	EGFR5s
	GGAAGTTAGTTGTAGAGGG
	
	
	
	

	13
	PTGS2
	PTGS2 F
	AGATTTTTGGAGAGGAAGTTAAGT
	185
	251 to 436
	4
	53

	
	
	(B) PTGS2 R
	B-CTCCTATCTAATCCCTCCCTCT
	
	
	
	

	
	
	PTGS2 s
	GATTAGTTTAGAATTGGTTTT
	
	
	
	

	14
	BCL2
	BCL2F
	AGGTGTAGTTGGTTGGATAT
	98
	977 to 1075
	5
	52

	
	
	(B)BCL2R
	B- ATACCACCTATAATCCACCT
	
	
	
	

	
	
	BCL2s
	GTGTAGTTGGTTGGATATT
	
	
	
	

	15
	PDLIM4
	(B)PDLIM4 F
	B-GATAGTTGGGTTTGGGTT
	104
	-196 to -300
	6
	52

	
	
	PDLIM4R
	CACCCCCACTCAACTCTC
	
	
	
	

	
	
	PDLIM4 s
	CAACTCTCAAAAATCCCC
	
	
	
	

	16
	CCND2
	(B)CCND2F
	B-GGGTTATTTTTTAGAAAGTTGTAT
	80
	-860 to -940
	5
	52

	
	
	CCND2R
	CCCCTACATCTACTAACAA
	
	
	
	

	
	
	CCND2s
	CCCTACATCTACTAACAAAC
	
	
	
	

	17
	P16
	p16F
	AGGGGTTGGTTGGTTATTAGA
	75
	120 to 195
	6
	54

	
	
	(B)P16R
	B-CTACCTACTCTCCCCCTCT
	
	
	
	

	
	
	p16s
	GGTTGGTTGGTTATTAGAG
	
	
	
	

	18
	CDH1
	(B)p2CDH1p1f
	B-GGAAGTTAGTTTAGATTTTAGT
	103
	37 to 140
	5
	49

	
	
	p2CDH1p1r
	ACTCCAAAAACCCATAACTA
	
	
	
	

	
	
	CDH1p1s
	CAAAAACCCATAACTAACC
	
	
	
	

	19
	SFN
	p14-3-3p2f
	GGAGAAGGTGGAGATTGAGTTTTA
	121
	326 to 447
	3
	52

	
	
	(B)p14-3-3p2r
	B-ACCCTTCATCTTCAAATAAAAAACC
	
	
	
	

	
	
	p14-3-3p2s1
	GGTGGAGATTGAGTTTTAG
	
	
	
	

	20
	SERPINB5
	SRP1F
	TAAGAGGTTTGAGTAGGAGAGGAG
	71
	-67 to 4
	6
	56

	
	
	(B)SRP1R
	B-CACTACCAACCCAACTCCAC
	
	
	
	

	
	
	SRP1s
	TTGAGTAGGAGAGGAGTGT
	
	
	
	

	21
	MCAM
	MCAM F
	GGTTGTAAATTGGTTGTAAAGAAGA
	74
	207 to 281
	6
	56

	
	
	(B)-MCAM R
	B-AACCTCCTCCCTAAATCC
	
	
	
	

	
	
	MCAM S
	GGTTGTAAAGAAGAGTTGT
	
	
	
	

	22
	ERα
	ERalfaF
	GGGTTGTGTTTTTTTTTTAGGTGG
	136
	504 to 640
	5
	49

	
	
	(B)-ERalfaR
	B-ACAATAAAACCATCCCAAATACTTTAATA
	
	
	
	

	
	
	ERalfa seq
	GGTTTTTGAGTTTTTTGTTTTG
	
	
	
	

	23
	TWIST1
	(B)-TWIST1 F
	B-GGGGTAGAGGAGAAGAG
	98
	221 to 319
	5
	52

	
	
	TWIST1 R
	TCCTCCTACTCTCTCCT
	
	
	
	

	
	
	TwIST1 seq
	TCCTACTCTCTCCTCC
	
	
	
	

	24
	HLA a
	HLAa F
	GGGTTTTGGTTTTGATTTAGATTT
	88
	44 to 132
	4
	54

	
	
	(B)-HLAa R
	B-CAAAAAAACCCCTTACTTCTCC
	
	
	
	

	
	
	HLAa Seq
	GGTTGTAAAGAAGAGTTGT
	
	
	
	

	25
	SLIT2
	SLIT2 F
	GGTTGTTAAGATGTAGGGG
	112
	-151 to -263
	4
	52

	
	
	(B)-SLIT2 R
	B-AAATCCCCTCTTCTATCTTATAC
	
	
	
	

	
	
	SLIT2 seq
	GTTGTTGTGGGGAGGG
	
	
	
	

	26
	THRB
	THRB F
	TTAGGGTATTGGTAATTTGGTTAGA
	90
	79 to 169
	4
	54

	
	
	(B)-THRB R
	B-CCACCCTATAAACAATTAAAACTATC
	
	
	
	

	
	
	THRB seq
	GTATTGGTAATTTGGTTAGAGG
	
	
	
	

	27
	MAL
	MALp1F
	GGGTTTGTAGTGGGGGATG
	146
	-504 to -650
	5
	54

	
	
	(B)-MALR
	B-ACTAAAAACAACCTCCTACTCTCA
	
	
	
	

	
	
	MAL seq
	TGTAGTGGGGGATGGGAT
	
	
	
	

	28
	DAPK1
	DAPKp2F
	TAGTTAGGGAGTGAGTGGG
	210
	-39 to 171
	4
	51

	
	
	(B)DAPKp2R
	(B)ACAAAATCCCCATTAACC
	
	
	
	

	
	
	DAPKp2seq
	GGAGGGAATAAAGTTTT
	
	
	
	


* B = Biotinylated primer at 5’ end  2 bp = base pair

† The position of 0 is start of the exon 1
Table S2. Median methylation differences in PCa and BPH specimens. The P values are based on a Mann-Whitney test and the F value is used in FDR step up procedure.

	
	No*


	Cancer
	BPH
	p-value
	F

	
	
	(Median %)
	
	

	RARB
	77
	64
	3
	2.53E-13
	7.07E-12

	HIN1
	77
	41
	5
	2.85E-13
	3.99E-12

	BCL2
	77
	34
	1
	6.88E-13
	6.42E-12

	GSTP1
	77
	35
	1
	1.37E-12
	9.60E-12

	CCND2
	77
	24
	2
	4.22E-12
	2.36E-11

	EGFR5
	77
	67
	24
	1.43E-11
	6.69E-11

	APC
	77
	54
	4
	1.91E-11
	7.64E-11

	RASSF1A
	77
	41
	7
	1.91E-11
	6.69E-11

	MDR1
	77
	48
	13
	2.06E-11
	6.39E-11

	NKX2-5
	77
	17
	3
	6.56E-10
	1.84E-09

	CHD13
	77
	22
	1
	7.00E-10
	1.78E-09

	DPYS
	77
	61
	21
	2.00E-09
	4.67E-09

	PTGS2
	77
	34
	5
	3.49E-08
	7.52E-08

	EDNRB
	77
	13
	3
	1.07E-07
	2.13E-07

	MAL
	77
	9
	2
	1.31E-07
	2.44E-07

	PDLIM4
	77
	17
	3
	1.51E-07
	2.64E-07

	SERPINB5
	76
	33
	48
	2.54E-06
	4.18E-06

	HLAa
	76
	15
	0
	2.85E-06
	4.43E-06

	ESR1
	76
	28
	15
	4.69E-05
	6.92E-05

	TIG1
	77
	8
	1
	5.24E-05
	7.34E-05

	SFN
	77
	51
	63
	0.04
	0.05

	CDKN2A
	77
	2
	1
	0.05
	0.06

	SLIT2
	77
	6
	2
	0.05
	0.06

	MCAM
	70
	1
	1
	0.21
	0.25

	THRB
	75
	1
	2
	0.21
	0.24

	DAPK1
	56
	3
	3
	0.27
	0.29

	TWIST1
	56
	4
	0
	0.67
	0.69

	CDH1
	56
	9
	10
	0.97
	0.97


* Number of samples tested. The horizontal line indicates a cut-off based on 1% FDR separating genes with potential diagnostic value above the line.  

Table S3. Overview of the p-values from the univariate tests to investigate correlation in PCa between methylation and the three factors: Spearman test for age, Cuzick trend test for Gleason score and Spearman rank correlation for PSA.  

	
	Age r 
	p-value
	Gleason T 
	p-value 
	PSA Spearman
	p-value

	T1G1 
	0.38
	0.01
	2.29
	0.02
	0.34
	0.025

	APC 
	0.39
	0.009
	2.06
	0.04
	0.48
	0.001

	NKX2-5 
	0.39
	0.009
	1.94
	0.05
	0.29
	0.061

	CHD13 
	0.35
	0.02
	1.92
	0.06
	0.43
	0.005

	SLIT2 
	0.31
	0.04
	1.75
	0.08
	0.25
	0.11

	SFN 
	0.23
	0.10
	2.46
	0.01
	0.1
	0.51

	EDNRB 
	0.26
	0.09
	1.6
	0.11
	0.38
	0.01

	MCAM 
	0.34
	0.03
	1.54
	0.12
	0.29
	0.08

	GSTP1 
	0.37
	0.01
	1.13
	0.26
	0.55
	0.0002

	PTGS2 
	0.3
	0.05
	1.21
	0.23
	0.46
	0.002

	CCND2 
	0.28
	0.06
	1.16
	0.25
	0.34
	0.03

	SERPINB5 
	0.14
	0.35
	2.02
	0.04
	-0.24
	0.13

	PDLIM4 
	0.14
	0.35
	2.01
	0.04
	0.46
	0.002

	MDR1 
	0.18
	0.23
	1.06
	0.29
	0.39
	0.01

	H1N1 
	0.22
	0.15
	0.87
	0.39
	0.6
	0.00003

	EGFR5
	0.35
	0.02
	0.62
	0.54
	0.38
	0.01

	RARB 
	0.25
	0.10
	0.63
	0.53
	0.5
	0.0009

	ESR1
	0.38
	0.01
	0.58
	0.56
	0.2
	0.2

	TWIST1
	-0.19
	0.37
	1.07
	0.29
	0.73
	0.00015

	RASSF1A 
	0.27
	0.08
	0.42
	0.67
	0.39
	0.01

	BCL2
	0.16
	0.29
	0.55
	0.59
	0.48
	0.001

	MAL 
	0.20
	0.19
	0.64
	0.52
	0.08
	0.63

	DAPK1 
	0.07
	0.73
	1.5
	0.13
	0.26
	0.29

	THRB 
	0.13
	0.42
	0.58
	0.56
	-0.2
	0.22

	HLAa 
	0.02
	0.92
	1.47
	0.14
	0.49
	0.001

	CDKN2A 
	0.02
	0.87
	0.63
	0.53
	0.05
	0.76

	DPYS 
	0.01
	0.92
	0.67
	0.50
	0.44
	0.004

	CDH1 
	0.03
	0.89
	0.46
	0.65
	0.16
	0.50


TABLE S4. Comparison of methylation percentages of HIN1, which was measured in matching frozen and FFPE biopsy specimens from ten breast cancer patients from a different unpublished study (B) and two PCa patients from this study (P). Correlation coeficient between FFPE and Frozen samples is 0.86 (Pearson’s R)
	
	Frozen
	FFPE

	B1
	43.0
	51.0

	B2
	13.8
	0.0

	B3
	0.0
	0.0

	B4
	3.8
	0.0

	B5
	63.0
	71.2

	B6
	0.0
	4.5

	B7
	50.4
	61.9

	B8
	39.2
	42.7

	B9
	0.0
	4.2

	B10
	48.5
	3.2

	P1
	48.3
	53.3

	P2
	61.7
	65.2


Fig.S1. The impact of applying the median corrections to all the genes showed both bias of primers but also that there was no major change in mean methylation differences, x represents unadjusted an o adjusted values.
[image: image1.png]o - adjusted, x = unadjusted

BRQW&,,,,

8

SaNIdY3s
\ES]
IMdva
—8YHL
LLSIML
LHAO
WYON
VZNXA0
—clis
Lys3
gyNa3
YH
LOLL

— VN
€LaHO
S-OXIN
Laan
PNINAd
—Odv
SAda
S§¥493
2S9ld
2108
—CAaNdd
[ESSIE]
1d1SO
auvy
INLH

5T

40
20

(%) @ouslapip uonejAyiew uespy

-20 —




