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Table S1: Primers used for quantitative PCR (qPCR) validation of MBD enrichment. 

 

 

 

 

 

 

 

 

 

 

Figure S1. qPCR validation of methylation states in Jurkat, MCF7, and DuCap cell lines for the ESR1 

(blue), GSTP1 (red) and NPY (green). Error bars represent standard deviation of 4 biological 

replicates. qPCR was performed using Kapa2G Fast Hotstart Readymix (KapaBiosciences) 

supplemented with 250nM of each primer, 1 µL of DNA from either the MBD captured fraction or 

MBD input. Thermo-cycling was done on the ABI 7500 Fast Real Time PCR platform (Applied 

Biosystems) with the following program: 95°C for 2 minutes followed by 35 cycles of 95°C for 15s, 

60°C for 30s and 72°C for 30s. Fold Enrichment was estimated by following formula: 

𝐸𝑛𝑟𝑖𝑐ℎ𝑚𝑒𝑛𝑡 = 𝑀𝐵𝐷 ÷ 𝑖𝑛𝑝𝑢𝑡 

=  2−𝐶𝑡𝑀𝐵𝐷 ÷ 2−𝐶𝑡𝑖𝑛𝑝𝑢𝑡  

=  2−(𝐶𝑡𝑀𝐵𝐷−𝐶𝑡𝑖𝑛𝑝𝑢𝑡) 

Where Ct is the cycle threshold.  

Gene 
Target 

Fwd Rev 
Genome Coordinates 

UCSC HG19 

ESR1 CCTGGGACTGCACTTGCT AGGGCAGAAGGCTCAGAAAC 
chr6: 152128837-

152129008 

NPY AGCAGATATGGAGGGAGAACC AGAGATTTGGAGCCCAAGAA 
chr7: 24324159-

24324352 

GSTP1 GGCTCCAGCAAACTTTTCTTT GATAAGGGGGTTCGGATCTC 
chr11: 67351573-

67351733 
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Gene 
Target 

Fwd Rev 
Genome Coordinates 

UCSC HG19 

ESR1 GTTYGTTTTGGGATTGTATTTGTTTT AAATACTTTAATATAAAAAATCATAATCATAA 
chr6: 152128835-

152129077 

NPY TTTTAGTAGATATGGAGGGAGAAT T AAACCCAAAAATCCAAAAAAATAACA 
chr7: 24324155-

24324343 

GSTP GTTGGGGTTGTAGTTTATAGTTTTT AATTCCTCCAAAAATTTCACACAA 
chr11: 67351678-

67351835 

Table S2: Primers used for bisulfite sequencing. 

 

Figure S2. Bisulfite sequencing of Jurkat, MCF7, and DuCap cell lines for the ESR1, GSTP1 and NPY. 

Individual CpGs are represented by circles and methylation levels are indicated by the degree of 

shading. Numbers below each circle is the nucleotide position in the respective RPA amplicons 

described in the main text. 

 

 


