	MRED Guidelines 

	1
	The restriction enzyme site must contain at least one non-CpG-cytosine.

	2
	The restriction enzyme must cleave the unconverted sequence but leave the converted sequence intact.

	3
	The restriction enzyme site preferably does not contain CpG-cytosines.

	4
	The 5'- and 3'-most nucleotides of the sequence must not form CpG dinucleotides with upstream or downstream sequences, respectively.

	5
	The restriction enzyme preferably does not have a site within the primer sequences.

	6
	Methylation-sensitive restriction enzymes may be used (PCR products are not methylated).

	7
	Aim for a group of restriction enzymes that produce cleavage sites all along the target sequence.

	8
	Avoid restriction enzymes and conditions that have star activity: high glycerol or manganese content, unusually low or high pH, low or high ionic strength, and presence of DMSO or 2-mercaptoethanol.



