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	Primer/Sequence to Analyze
	LINE-1
	IGF21
	H191
	PPARA
	ESR1

	CpG Location
	Repetitive Element
	chr11: 2169499, 
chr11: 2169515, 
chr11: 2169518 

	chr11: 2024254, 
chr11: 2024257, 
chr11: 2024259, 
chr11: 2024261

	chr22: 46545064, chr22: 46545083

	chr6: 152128834, 
chr6: 152128841, 
chr6: 152128845, 
chr6: 152128868 


	
	
	
	
	
	

	Forward PCR Primer
	5'- TTGAGTTAGGTGTGGGATATAGTT-3'
	5'-GGAGGGGGTTTATTTTTTTAGGAAG-3'
	5'-TTTGTTGATTTTATTAAGGGAG-3' 
	5'-GGAGGTTTTTATGAGGATGTAGTT-3' 
	5'-GTTGGAGGTTAGGGAGTTTAGGA-3'

	
	
	
	
	
	

	Reverse PCR Primer
	5'-[Biotin]-CAAAAAATCAAAAAATTCCCTTTCC-3'
	5'-[Biotin]-AACCCCAACAAAAACCACTAAACAC-3'
	5'-[Biotin]-CTATAAATAAACCCCAACCAAAC-3'
	5'-[Biotin]-ACACATATTAACCAACAATAACTATCAT-3'
	5'-[Biotin]-CTAACCCCCACCCTACCCC-3'

	
	
	
	
	
	

	
	
	
	
	
	

	Sequencing Primer
	5'-AGGTGTGGATATAGT-3'
	5'-GGGGTTTATTTTTTTAGGA-3'
	5'-GTGTGGAATTAGAAGT-3'
	5'-GGATGTGGTTGTTTG-3'
	5'-GGTTAGGGAGTTTAGGAG-3' 

	Sequence to Analyze
	TTYGTGGTGYGTYGTTTTTTAAGTYGGTTTGAAAAG
	AGTATAGTTAYGTYGTTTTTTATTGGTTTYGTTAAGTAGA
	GGTYGYGYGGYGGTAGTGTAGGTTTATATA TTATAGTT
	TATATTTTAYGAGATATGTAGGATATTAYGTGTATAGGTT ATTTTATAAATTTTGAAATAA 
	TTGGYGGAGGGYGTTYGTTT TGGGATTGTATTTGTTTTYGT

	
	
	
	
	
	

	
	
	
	
	
	

	
	
	
	
	
	

	
	
	
	
	
	

	Amplicon Length (bp)
	~150 bp
	93
	145
	198
	119

	Annealing Temperature (°C)
	55
	55
	51
	54.5
	58/56*

	Number of Cycles
	48
	50
	50
	48
	15/29*

	Number of CpG Sites
	4
	3
	4
	2
	4



Supplementary Table 1– Pyrosequencing primer sequences and PCR conditions. Information for each assay, including CpG location, primer sequences (5’-3’), sequence to analyze, amplicon length, annealing temperature, number of cycles, and number of CpG sites measured. *Touchdown PCR was used for ESR1 assay, as indicated by the multiple temperatures and cycle numbers. 1 = Assay adapted from Hoyo et al., 2011 and Murphy et al., 2012. Locations are in reference to Human Genome Build 37/hg19.
