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Step1 - Purpose: Oligonucleotide sequence complementary to overhang sequence

5’  G A T , C 

Step 2 - Purpose: To generate a complete codon.

5’  G A T , C A T

Step 3 - Purpose : To generate recognition sites for one of the two restriction enzymes that we will be using.
Enzyme: EcoRI

5’  G A T , C A T , G A A , T T C

                                   (EcoRI)

Step 4 - Purpose: To generate recognition site for second restriction enzyme.

Enzyme: EcoRV

5’  G A T , C A T , G A A , T T C, G A T , A T C
                                                               (EcoRV)

Step 5 - Purpose: Determine amino acid sequence.

       Asp       His       Glu         Phe     Asp      Ile

5’  G A T , C A T , G A A , T T C, G A T , A T C
Bottom Strand: 
Step 1:

3’                  T A , C T T , A A G, C T A , T A G

Step 2:

3’                  T A , C T T , A A G, C T A , T A G , C T A , G T A

Final oligonucleotide pair:

        Asp       His       Glu         Phe     Asp      Ile

 5’  G A T , C A T , G A A , T T C, G A T , A T C  
 3’                   T  A  C T T  A A G, C T A , T A G , C T A , G 
*This pair of oligonucleotides will be cut by EcoRI and EcoRV

Reversed bottom strand (5’-3’)

5’ -  G A T , C G A , T A T , C G A , A T T , C A T  - 3’

