PCR Conditions, primers and expected product sizes

	Bisulfite sequencing PCR
	 
	 
	 

	NAME
	SEQUENCE
	 
	PRODUCT SIZE 
	PCR CONDITIONS

	BS-DBC1v5-s
	AYGGTTGTAAATTGATTTGG
	220 bp
	 

	BS-DBC1v5-as
	CCTAACTCCTAACAACCTAACTCA
	
	 

	
	
	
	
	

	Methylation-specific PCR (MSP)
	 
	 
	 
	 

	DBC1
	 
	 
	 
	 

	NAME
	SEQUENCE
	PRODUCT SIZE 
	PCR CONDITIONS

	DBC1-1 
	5'-TGTTTGTTTTCGGGATTAGC-3'
	158 bp
	10 min at 95ºC

	DBC1-2
	5'-ACGCTTTTTATTCGACTCGA-3'
	
	40 cycles of 30 sec at 95ºC,  60ºC and 72ºC

	DBC1-3
	5'-TTATGTTTGTTTTTGGGATTAGT-3'
	
	7 min at 72ºC

	DBC1-4
	5'-AAAACACTTTTTATTCAACTCAA-3'
	
	 

	CDKN2B
	 
	 
	 
	 

	CDKN2B-1
	5'-TTAGGAAGGAGAGAGTGCGTC-3'
	132 bp
	15 min at 95ºC

	CDKN2B-2
	5'-TACCCTTATTCTCCTCGCG-3'
	
	35 cycles of 30 sec at 95ºC,  45 sec at 60ºC 

	CDKN2B-3
	5'-TTAGGAAGGAGAGAGTGTGTT-3'
	
	and 10 min at 72ºC

	CDKN2B-4
	5'-TACCCTTATTCTCCTCACA-3'
	
	10 min at 72ºC

	
	
	
	
	

	Quantitative PCR
	 
	 
	 
	 

	DBC1
	 
	 
	 
	 

	NAME
	ASSAY REFERENCE
	PRODUCT SIZE 
	PCR CONDITIONS

	DBC1
	Hs01089684_m1 (junction between E2 and E3)
	71 bp
	2 min at 50°C

	GAPDH
	Hs99999905_m1
	 
	10 min at 95ºC

	 
	 
	 
	40 cycles of 15 sec at 95ºC and 1 min at 60ºC


