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1. Selection and characterization of a M1 primer for rhaP, ABC transporter, located in rhamnose catabolism gene locus, bp 7361..8362. 

Assume the rhaP coding sequence has been cloned into the same plasmid as used in the MBIO4670 lab with rhaP using the same R1 and F2 primers and polylinkers. 

RhaP sequence and amino acid translation available as a pdf file on MBIO467O lab website (includes amino acid open reading frame) or download via NCBI Blastn Accession Number AF085687 for Rhizobium leguminosarum rhamnose catabolism gene locus (all genes including rhaP).



The following is the original sequence for your created mutant primer (M1) with original Tm value of 48oC when using Tm = 4(G+C)+2(A+T). All major primer requirements have been met. Assume that this is the active site of the protein. Select a basepair to change to make M1 mutant primer such that there is an amino acid change in the coding sequence of rhaP. 

Record requested information in the following table.

	Potential Mutant primer (M1)

(original sequence)

Underline/highlight bp to change in original sequence - must be done or mark of zero out of five obtained
	bp location of possible M1 mutant primer in rhaP - 5' start 



	State bp change of Mutant  primer

(eg. G –> A)


	Condon and amino acid change in the coding sequence of rhaP

	
	
	
	original rhaP codon & amino acid
	mutant rhaP codon & amino acid

	5'GACGATGATGAGGAAC


	51
	
	
	

	The base pair change must ensure low Tm (42oC to 48oC). Show numerical calculation for your M1 mutant primer Tm:




