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PCR Primer Name/Design:

Name: eGFP_forward
Design: 5’: overhang-XbaI-6spacer-RBS-6spacer-(18-26)5’eGFP :3’
1) XbaI = TCTAGA

                AGATCT

2) 6 spacer  =

3) RBS binding site = AAGGAG

4) 6 spacer = 

5) Annealing portion = first 18-26 bp from 5’ eGFP


*‘enhanced GFP’ eGFP (PMID: U57608)


* Gene sequence (720 bp): 

ATGGTGAGCAAGGGCGAGGAGCTGTTCACCGGGGTGGTGCCCATCCTGGTCGAGCTGGACGGCGACGTAA

ACGGCCACAAGTTCAGCGTGTCCGGCGAGGGCGAGGGCGATGCCACCTACGGCAAGCTGACCCTGAAGTT

CATCTGCACCACCGGCAAGCTGCCCGTGCCCTGGCCCACCCTCGTGACCACCCTGACCTACGGCGTGCAG

TGCTTCAGCCGCTACCCCGACCACATGAAGCAGCACGACTTCTTCAAGTCCGCCATGCCCGAAGGCTACG

TCCAGGAGCGCACCATCTTCTTCAAGGACGACGGCAACTACAAGACCCGCGCCGAGGTGAAGTTCGAGGG

CGACACCCTGGTGAACCGCATCGAGCTGAAGGGCATCGACTTCAAGGAGGACGGCAACATCCTGGGGCAC

AAGCTGGAGTACAACTACAACAGCCACAACGTCTATATCATGGCCGACAAGCAGAAGAACGGCATCAAGG

TGAACTTCAAGATCCGCCACAACATCGAGGACGGCAGCGTGCAGCTCGCCGACCACTACCAGCAGAACAC

CCCCATCGGCGACGGCCCCGTGCTGCTGCCCGACAACCACTACCTGAGCACCCAGTCCGCCCTGAGCAAA

GACCCCAACGAGAAGCGCGATCACATGGTCCTGCTGGAGTTCGTGACCGCCGCCGGGATCACTCTCGGCA

TGGACGAGCTGTACAAGTAA


*Note: eGFP aa sequence (PMID: ABN59521)

MVSKGEELFTGVVPILVELDGDVNGHKFSVSGEGEGDATYGKLTLKFICTTGKLPVPWPTLVTTLTYGVQ

CFSRYPDHMKQHDFFKSAMPEGYVQERTIFFKDDGNYKTRAEVKFEGDTLVNRIELKGIDFKEDGNILGH

KLEYNYNSHNVYIMADKQKNGIKVNFKIRHNIEDGSVQLADHYQQNTPIGDGPVLLPDNHYLSTQSALSK

DPNEKRDHMVLLEFVTAAGITLGMDELYK
Name: eGFP_reverse

Design: complement of 5’: (18-26)3’eGFP-STOP-Hind3-overhang :3’

1) Annealing portion = last 18-26 bp from 3’eGFP

2) STOP: choose TAA TAG TGA

3) Hind3: AAGCTT  


     TTCGAA

Name: galK_forward

Design: 5’: overhang-SacI-RBS-6spacer-(18-26)5’galK :3’

1) SacI: GAGCTC

             CTCGAG

2) RBS binding site: AAGGAG

3) 6 spacer =

4) Annealing portion = first 18-26 bp from 5’ galK 


*‘galactokinase’ galK (EcoGene: EG10363), (PMID: DQ361873)


*Source: Escherichia coli strain 1708 galK gene


*Gene sequence (1149 bp):

ATGAGTCTGAAAGAAAAAACACAATCTCTGTTTGCCAACGCATTTGGCTACCCTGCCACTCACACCATTC

AGGCGCCTGGCCGCGTGAATTTGATTGGTGAACACACCGACTACAACGACGGTTTCGTTCTGCCCTGCGC

GATTGATTATCAAACCGTGATCAGTTGTGCACCACGCGATGACCGTAAAGTTCGCGTGATGGCAGCCGAT

TATGAAAATCAGCTCGACGAGTTTTCCCTCGATGCGCCCATTGTCGCACATGAAAACTATCAATGGGCTA

ACTACGTTCGTGGCGTGGTGAAACATCTGCAACTGCGTAACAACAGCTTCGGCGGCGTGGACATGGTGAT

CAGCGGCAATGTGCCGCAGGGTGCCGGGTTAAGTTCTTCCGCTTCACTGGAAGTCGCGGTCGGAACCGTA

TTGCAGCAGCTTTATCATCTGCCGCTGGACGGCGCACAAATCGCGCTTAACGGTCAGGAAGCAGAAAACC

AGTTTGTAGGCTGTAACTGCGGGATCATGGATCAGCTAATTTCCGCACTCGGCAAGAAAGATCATGCCTT

GCTGATTGACTGTCGCTCACTGGGGACCAAAGCAGTTTCCATGCCGAAAGGTGTGGCTGTCGTCATCATC

AACAGTAACTTCAAACGTACCCTGGTTGGCAGCGAATACAACACCCGTCGTGAACAGTGCGAAACCGGTG

CGCGTTTCTTCCAGCAGCCAGCTCTGCGCGATGTCACCATTGAAGAGTTCAACGCTGTTGCACATGAGCT

GGACCCAATCGTGGCGAAACGCGTGCGTCATATCCTGACTGAAAACGCCCGCACCGTTGAAGCTGCCAGC

GCGCTGGAGCAAGGCGATCTGAAACGTATGGGCGAGTTGATGGCGGAGTCTCATGCCTCTATGCGCGATG

ATTTCGAAATCACCGTGCCGCAAATTGACACTCTGGTAGAAATCGTCAAAGCTGTGATTGGCGAAAAAGG

TGGCGTACGCATGACCGGCGGCGGATTTGGCGGCTGTATCGTCGCGCTGATCCCGGAAGAGCTGGTGCCT

GCCGTACAGCAAGCTGTCGCTGAACAATATGAAGCAAAAACAGGTATTAAAGAGACTTTTTACGTTTGTA

AACCATCACAAGGAGCAGGACAGTGCTGA


*Note: galK aa sequence (PMID: ABC98038) MSLKEKTQSLFANAFGYPATHTIQAPGRVNLIGEHTDYNDGFVLPCAIDYQTVISCAPRDDRKVRVMAAD

YENQLDEFSLDAPIVAHENYQWANYVRGVVKHLQLRNNSFGGVDMVISGNVPQGAGLSSSASLEVAVGTV

LQQLYHLPLDGAQIALNGQEAENQFVGCNCGIMDQLISALGKKDHALLIDCRSLGTKAVSMPKGVAVVII

NSNFKRTLVGSEYNTRREQCETGARFFQQPALRDVTIEEFNAVAHELDPIVAKRVRHILTENARTVEAAS

ALEQGDLKRMGELMAESHASMRDDFEITVPQIDTLVEIVKAVIGEKGGVRMTGGGFGGCIVALIPEELVP

AVQQAVAEQYEAKTGIKETFYVCKPSQGAGQC
Name: galK_reverse

Design: complement of 5’: (18-26)3’galK-SUPERSTOP-SmaI-overhang :3’

1) Annealing portion = last 18-26 bp from 3’galK

2) Triple terminator sequence = TAG or TGA stop codon in all 6 frames


*BBa_B0042


TTAGTTAGTTAG


AATCAATCAATC

3) SmaI: CCCGGG


   GGGCCC

