Primers
TNT.R1 A receptor with fair affinity (340 nM). 

TNT.R1 
5'GCACTGCAGCGGCGTAGAGGATCGAGATCTCGATCCCGCGAAATTAATACGCTCACTATAGGGGAATTGTGAGCGGATAACAATTCCCCTCTAGAAATAATTTTGTTTAACTTTAAGAAGGAGATATCATGAAAGATACCATTGCATTGGTAGTATCCACACTTAATAATCCAGCGAACGTATCCCTGAAAGATGGCGCTCAGAAAGAAGCCGACAAACTGGGCTATAACCTGGTCGTCCTGGACTCCCAGAAACCCGGCCAAAGAACTGGCCAACGTGCAGGATCTGACCGTGCGCGGCACCAAAATCCTGCTGATTAGCCCGACCGATAGCGATGCCGTTGGTAACGCCGTTAAAATGGCCAACCAGGCGAACATTCGGGATTACCCTGAGCCGTCAGGCCACCAAAGGCGAAGTCGTGTCCCATATTGCCAGCGATAACGTACTGGGTGGCAAAATTGCGGGCGATTATATTGCCAAAAAAGCCGGCGAGGGCGCCAAAGTTTCGACTGCAAGGCATTGCTGGCACCTCTGCCGCACGCGAACGTGGTGAAGGCTTTCAGCAGGCCGTAGCCGCACACAAATTTAACGTTCTGGCGAGCCAGCCGGCAGATAGCGATCGCATCAAAGGCTGACGTGATGCAGAATCTGCTGACCGCACATCCGGATGTGCAGGCGGTATTTGCGCAGAACGATGAAATGGCACTGGGCGCACTGCGTGCGCTGCAAACCGCCGGCAAAAGCGATGTGATGGTTGGGGCTCGCGGGTACCCCGGATGGCGAAAAAGCCGTTAACGATGGCAAACTGGCGGCAACCATTGCAAGCCTGCCGGATCAGATTGGCGCAAAAGGCGTGGAAACCGCGGATAAAGTACTGAAAGGCAAAAAGTCAGGCGAAATATCCAGTAGACTGCAAGCTTGTCGTAAAACAGAACGGGGGCTCCCACTGGCATCATCATCACCACCACTGGCATTAATAAGAGATCCGGCTGCTAACAAAGCCCGAAAGGAAGCTGAGTTGGCTGCTGCCACCGCTGAGCAATAACTAGCATAACCCCTTGGGGCCTCTAAACGGGTCTTGAGGGAATTCGTA3’
TNT.R3 A receptor with high affinity (2 nM), but less stable than R1.

TNT.R3 
5’GCACTGCAGCGGCGTAGAGGATCGAGATCTCGATCCCGCGAAATTAATACGACTCACTATAGGGGAATTGTGAGCGGATAACAATTCCCCTCTAGAAATAATTTTGTTTAACTTTAAGAAGGAGATACCATGAAAGATACCATTGCATTGGTAGTATCCACACTTAATAGCCCATTCCTGGTATCCCTGAAAGATGGCGCTCAGAAAGAAGCCGACAAACTGGGCTATAACCTGGTCGTCCTGGACTCCCAGACACCCGGCCAAAGAACTGGCCAACGTGCAGGATCTGACCGTGCGCGGCACCAAAATCCTGCTGATTAACCCGACCGATAGCGATGCCGTTGGTAACGCCGTTAAAATGGCCAACCAGGCGAACATTCGTGATTACCCTGAGCAGCCAGGCCACCAAAGGCGAAGTCGTGTCCCATATTGCCAGCGATAACGTACTGGGTGGCAAAATTGCGGGCGATTATATTGCCAAAAAAGCCGGCGAGGGCGCCAAAGTATCAACTGCAAGGCATTGCTGGCACCTCTAGCGCACGCGAAAGCGGTGAAGGCTTTCAGCAGGCCGTAGCCGCACACAAATTTAACGTTCTGGCGAGCCAGCCGGCAGATATCGATCGCATCAAAGCCTGACGTGATGCAGAATCTGCTGACCGCACATCCGGATGTGCAGGCGGTATTTGCGCAGTTCGATGAAATGGCACTGGGCGCACTGCGTGCGCTGCAAACCGCCGGCAAAAGCGATGTGATGGTTTGGGCTCAGCGGTACCCCGGATGGCGAAAAAGCCGTTAACGATGGCAAACTGGCGGCAACCATTGCAAGCCTGCCGGATCAGATTGGCGCAAAAGGCGTGGAAACCGCGGATAAAGTACTGAAAGGGAAAAATTCAGGCGAAATATCCAGTAGACTGCAAGCTTGTCGTAAAACAGAACGGGGGCTCCCACTGGCATCATCATCACCACCACTGGCATTAATAAGAGATCCGGCTGCTAACAAAGCCCGAAAGAAGCTGGTTGGCTGCTGCCACCGCTGAGCAATAACTAGCATAACCCCTTGGGGCCTCTAAACGGGTCTTGAGGGAATTCGTA3’
The same primers can be used for both

Forward primer

                              NotI site

5’ AT|GAATTC|GCGGCCGC|T|TCTAGA|TGAAAGATACCATTGC  3’

           EcoRI site                              XbaI site

                     Biobrick prefix                       Complementary sequence

Reverse primer

                              NotI site
5’ ATT|CTGCA|G|CGGCCGC|T|ACTAG|TATTATTACCAGTGGGAGCCCCCGT 3’

             PstI site                               SpeI site
           Biobrick suffix                                            Complementary sequence
Alternate primers
We can use these if we want to insert the gene into a vector which will provide the rest of the required sites to make a fully compliant biobrick e.g. Edinbrick 1-4 – these contain marker genes (Edinbrick 2 is in the registry as BBa_J33204). We can use them just to insert the single gene in the plasmid, i.e. with no ribosome binding sites etc, and then submit it to the registry. In this way anyone can take the gene and add to it what they want. As the prefix overlaps with the ATG of the start codon I believe we can use it for coding sequences. We can then digest the plasmid with XbaI and then ligate it. This could remove the double XbaI sites and the SacI site from upstream of the coding sequence making it a fully compliant biobrick.
(our genes have no internal SacI sites)

Forward primer
                            XbaI site
5’ AT|GAGTC|T|CTAGA|TGAAAGATACCATTGC  3’

             SacI site

                Prefix                 Complementary sequence

Reverse primer

5’ AT|ACTAG|TATTATTACCAGTGGGAGCCCCCGT 3’

            SpeI site
               Suffix                  Complementary sequence

