These are all DNA strands that will code for each of the 6 tRNAs we will use. I have indicated the 6 distinct tRNAs we will use simply by changing out the anticodon sequence for each suppressor tRNA. Since this RNA is functional (as tRNA) it will not be transcribed.

Original (Given by Anderson with Amber tRNA suppressor aka supD)

ggagagatgccggagcggctgaacggaccggtctctaaaaccggagtaggggcaactctaccgggggttcaaatccccctctctccgcca

CUAGU

Ggagagatgccggagcggctgaacggaccggtttactagacaccggagtaggggcaactctaccgggggttcaaatccccctctctccgcca

CCCUC

Ggagagatgccggagcggctgaacggaccggtctgagggtcaccggagtaggggcaactctaccgggggttcaaatccccctctctccgcca

CGGUC

Ggagagatgccggagcggctgaacggaccggtttgaccgacaccggagtaggggcaactctaccgggggttcaaatccccctctctccgcca

CCAUC (9 anticodon loop)

Ggagagatgccggagcggctgaacggaccggtgtgatccaaaccggagtaggggcaactctaccgggggttcaaatccccctctctccgcca

CCAUC (10 anticodon loop)

Ggagagatgccggagcggctgaacggaccggttttgatggagaccggagtaggggcaactctaccgggggttcaaatccccctctctccgcca

CCACU 

Ggagagatgccggagcggctgaacggaccggtctagtggacaccggagtaggggcaactctaccgggggttcaaatccccctctctccgcca

We found a prefix (no ATG) to put before each of our sequences and a suffix to put after each of our sequences. This will make it easier to place into the plasmid as the BioBrick ends are the extra nt that we serve as the “restriction sites” even though we aren’t actually cutting the strands up. They will result in the sticky ends of the stands.  

BioBrick Prefix (no ATG)

Gaattcgcggccgcttctagag

BioBrick Suffix

tactagtagcggccgctgcag
CUAGU

GaattcgcggccgcttctagagGgagagatgccggagcggctgaacggaccggtttactagacaccggagtaggggcaactctaccgggggttcaaatccccctctctccgccatactagtagcggccgctgcag

CCCUC

GaattcgcggccgcttctagagGgagagatgccggagcggctgaacggaccggtctgagggtcaccggagtaggggcaactctaccgggggttcaaatccccctctctccgccatactagtagcggccgctgcag
CGGUC

GaattcgcggccgcttctagagGgagagatgccggagcggctgaacggaccggtttgaccgacaccggagtaggggcaactctaccgggggttcaaatccccctctctccgccatactagtagcggccgctgcag
CCAUC (9 anticodon loop)

GaattcgcggccgcttctagagGgagagatgccggagcggctgaacggaccggtgtgatccaaaccggagtaggggcaactctaccgggggttcaaatccccctctctccgccatactagtagcggccgctgcag
CCAUC (10 anticodon loop)

GaattcgcggccgcttctagagGgagagatgccggagcggctgaacggaccggttttgatggagaccggagtaggggcaactctaccgggggttcaaatccccctctctccgccatactagtagcggccgctgcag
CCACU 

GaattcgcggccgcttctagagGgagagatgccggagcggctgaacggaccggtctagtggacaccggagtaggggcaactctaccgggggttcaaatccccctctctccgccatactagtagcggccgctgcag
These sequences were broken into single-stranded oligos by the Lancelator and then edited to have sticky ends. I have bolded and underlined the anticodon in the red and blue oligos below. 
Your 3 overlap areas have melting temperatures of 75.19,74.96,75.18 degrees Celsius, respectively.
CUAGU 

5’ AATTCGCGGCCGCTTCTAGAGGGAGAGATGCCGGAGCGGCTGAACGGACCGGTTTACTAGACACCGGAGTAGGGGCAACTCTACCGGGGGTTCAAATCCCCCTCTCTCCGCCATACTAGTAGCGGCCGCTGCA
3’     GCGCCGGCGAAGATCTCCCTCTCTACGGCCTCGCCGACTTGCCTGGCCAAATGATCTGTGGCCTCATCCCCGTTGAGATGGCCCCCAAGTTTAGGGGGAGAGAGGCGGTATGATCATCGCCGGCG
Edited Individual Oligos for CUAGU
41-mer 5'-AATTCGCGGCCGCTTCTAGAGGGAGAGATGCCGGAGCGGCT

92-mer 5'-GAACGGACCGGTTTACTAGACACCGGAGTAGGGGCAACTCTACCGGGGGTTCAAATCCCCCTCTCTCCGCCATACTAGTAGC GGCCGCTGCA

84-mer 5'-CCCGGTAGAGTTGCCCCTACTCCGGTGTCTAGTAAACCGGTCCGTTCAGCCGCTCCGGCATCTCTCCCTCTAGAAGCGGCCG CG 

41-mer 5'-GCGGCCGCTACTAGTATGGCGGAGAGAGGGGGATTTGAACC

For all the other suppressor tRNAs, we only need to change the 9 nt in the anticodon. Only the red and blue oligos will differ for each suppressor tRNA we use. The black and green strands will remain the same.

CCCUC

92-mer 5'-GAACGGACCGGTctgagggtcACCGGAGTAGGGGCAACTCTACCGGGGGTTCAAATCCCCCTCTCTCCGCCATACTAGTAGCGGCCGCTGCA

 84-mer 5'-CCCGGTAGAGTTGCCCCTACTCCGGTGACCCTCAGACCGGTCCGTTCAGCCGCTCCGGCATCTCTCCCTCTAGAAGCGGCCGCG 

CGGUC

92-mer 5'-GAACGGACCGGTttgaccgacACCGGAGTAGGGGCAACTCTACCGGGGGTTCAAATCCCCCTCTCTCCGCCATACTAGTAGCGGCCGCTGCA

 84-mer 5'-CCCGGTAGAGTTGCCCCTACTCCGGTGTCGGTCAAACCGGTCCGTTCAGCCGCTCCGGCATCTCTCCCTCTAGAAGCGGCCGCG 

CCAUC (9 anticodon loop)

92-mer 5'-GAACGGACCGGTgtgatccaaACCGGAGTAGGGGCAACTCTACCGGGGGTTCAAATCCCCCTCTCTCCGCCATACTAGTAGCGGCCGCTGCA

 84-mer 5'-CCCGGTAGAGTTGCCCCTACTCCGGTTTGGATCACACCGGTCCGTTCAGCCGCTCCGGCATCTCTCCCTCTAGAAGCGGCCGCG

CCAUC (10 anticodon loop)

93-mer 5'-GAACGGACCGGTtttgatggagACCGGAGTAGGGGCAACTCTACCGGGGGTTCAAATCCCCCTCTCTCCGCCATACTAGTAGCGGCCGCTGCA

 85-mer 5'-CCCGGTAGAGTTGCCCCTACTCCGGTCTCCATCAAAACCGGTCCGTTCAGCCGCTCCGGCATCTCTCCCTCTAGAAGCGGCCGCG 

CCACU 

92-mer 5'-GAACGGACCGGTctagtggacACCGGAGTAGGGGCAACTCTACCGGGGGTTCAAATCCCCCTCTCTCCGCCATACTAGTAGCGGCCGCTGCA

 84-mer 5'-CCCGGTAGAGTTGCCCCTACTCCGGTGTCCACTAGACCGGTCCGTTCAGCCGCTCCGGCATCTCTCCCTCTAGAAGCGGCCGCG
Oligo Sequences to Order:

Your 3 overlap areas have melting temperatures of 75.19,74.96,75.18 degrees Celsius, respectively.
TLOLIGO41 : 5'-AATTCGCGGCCGCTTCTAGAGGGAGAGATGCCGGAGCGGCT

TSOLIGO41  : 5'-GCGGCCGCTACTAGTATGGCGGAGAGAGGGGGATTTGAACC

CUAGU92  :  5'-GAACGGACCGGTTTACTAGACACCGGAGTAGGGGCAACTCTACCGGGGGTTCAAATCCCCCTCTCTCCGCCATACTAG TAGCGGCCGCTGCA

CUAGU84 :  5'-CCCGGTAGAGTTGCCCCTACTCCGGTGTCTAGTAAACCGGTCCGTTCAGCCGCTCCGGCATCTCTCCCTCTAGAAGCGG CCGCG

CCCUC92  : 5'-GAACGGACCGGTctgagggtcACCGGAGTAGGGGCAACTCTACCGGGGGTTCAAATCCCCCTCTCTCCGCCATACTAG TAGCGGCCGCTGCA

CCCUC84 : 5'-CCCGGTAGAGTTGCCCCTACTCCGGTGACCCTCAGACCGGTCCGTTCAGCCGCTCCGGCATCTCTCCCTCTAGAAGCGG CCGCG

CGGUC92  : 5'-GAACGGACCGGTttgaccgacACCGGAGTAGGGGCAACTCTACCGGGGGTTCAAATCCCCCTCTCTCCGCCATACTAG TAGCGGCCGCTGCA

CGGUC84  : 5'-CCCGGTAGAGTTGCCCCTACTCCGGTGTCGGTCAAACCGGTCCGTTCAGCCGCTCCGGCATCTCTCCCTCTAGAAGCGG CCGCG 

CCAUC92  : 5'-GAACGGACCGGTgtgatccaaACCGGAGTAGGGGCAACTCTACCGGGGGTTCAAATCCCCCTCTCTCCGCCATACTAG TAGCGGCCGCTGCA

CCAUC84  : 5'-CCCGGTAGAGTTGCCCCTACTCCGGTTTGGATCACACCGGTCCGTTCAGCCGCTCCGGCATCTCTCCCTCTAGAAGCGG CCGCG

CCAUC93  : 5'-GAACGGACCGGTtttgatggagACCGGAGTAGGGGCAACTCTACCGGGGGTTCAAATCCCCCTCTCTCCGCCA TACTAGTAGCGGCCGCTGCA

CCAUC85  : 5'-CCCGGTAGAGTTGCCCCTACTCCGGTCTCCATCAAAACCGGTCCGTTCAGCCGCTCCGGCATCTCTCCCTCTAGAAGCGG CCGCG

CCACU92  : 5’-GAACGGACCGGTctagtggacACCGGAGTAGGGGCAACTCTACCGGGGGTTCAAATCCCCCTCTCTCCGCCA TACTAGTAGCGGCCGCTGCA

CCACU84  : 5'-CCCGGTAGAGTTGCCCCTACTCCGGTGTCCACTAGACCGGTCCGTTCAGCCGCTCCGGCATCTCTCCCTCTAGAAG CGGCCGCG

