Alma iGEM 2020 DNA Synthesis

Our unique DNA sequences (primers and DNA orders) are listed below. Other sequences, such as primers
VF2, VR, SB_prep_3P_1 and SB_prep2Ea are available elsewhere (commonly used iGEM primers)

Primer Sequences

For introducing the reversion mutation in pSB1C3, to create K3445002:
>0Origin_C280T_F1

TGGCGTTTTTCCATAGGCTCCGCCC

>Origin_C280T_F2

CGTTGCTGGCGTTTTTCCATAGGCTCCGCCCCC

>0Origin_C280T_R1

GGGCGGAGCCTATGGAAAAACGCCA

>0Origin_C280T_R2

GGGGGCGGAGCCTATGGAAAAACGCCAGCAACG

For measuring plasmid copy number by qPCR (& sequencing):
>ori_qF

ATACCTGTCCGCCTTTCTCC

>ori_gR

GAACGACCTACACCGAACTGAG

>dnaE_gF

CGTCGTGCGATGGGTAAGAA

>dnaE_gR

GTCGAAGATTTTCATCGCCA

For Colony PCR and Sanger sequencing:
>RFP_seqF

gaactcaccgtcttgc

>RFP_seqR

Gcaagacggtgagttc

>tetR_seqQF



gtgctttactaagtcatcgcgatggage
>tetR_seqQR

Ccacagcgctgagtgcatataatgc

For Gibson assembly of K3445001
>K123002_fwd_KR

tcagtttgcttggtgcaaaacctttcgc

>K123002_rev_KR
ctgatagggagtgatctacactagcactatcag
>[13521_fwd_KR

tgtagatcactccctatcagtgatagag

>[13521_rev_KR

gttttccatgtataaacgcagaaaggcc

>pSB1C3_fwd_KR

tgcgtttatacatggaaaacggtgtaac

>pSB1C3_rev_KR

ttttgcaccaagcaaactgaaacgttttc

>K123002_F_DC
cttcgggtgggcctttctgegtttatatggtgcaaaacctttcgeggtatg
>[13521_R1_DC
cataccgcgaaaggttttgcaccactgatagggagtgatctacactagcactatcag
>[13521_R2_DC

cataccgcgaaaggttttgcaccatataaacgcagaaaggcccacccgaag

For Universal Golden Gate cloning

>GoldenBsal_VF_E (copies backbone with Golden Gate sites attached)
CggatccGGTCTCCctgcagtccggcaaaaaaggge

>GoldenBsal_VR_R (copies backbone with Golden Gate sites attached)
gcggatccGGTCTCggaattccagaaatcatccttageg

(For the next set of primers, replace NNNN with the desired or indicated overhang)



>GoldenGate_Chimera_NNNN_F_V1 (from Alma 2019)
TGGAATTCGCGGCCGCTTCTAGaGGTCTCCNNNNCTAGATG
>GoldenGate_Chimera_NNNN_R_V1 (from Alma 2019)
GGATCCGCGGTCTCgNNNNCctagaagcggccgcegaattccagaaatcatcc
>GoldenGate_Chimera_NNNN_F_V2
TGGAATTCGCGGCCGCTTCTAGAGGTCTCCNNNNCTAGA
>GoldenGate_Chimera_NNNN_F_V3
GATTTCTGGAATTCCTAGAGGTCTCCNNNNGCGGCCGCTCCTAGA
>GoldenGate_Chimera_NNNN_F_V4 (for parts that start with B0034)
CTAGAGGTCTCCNNNNtactagAAAGAGGAGAAAtactagatg

Gene Block Orders (Integrated DNA Technologies)

These sequences were appended with a prefix or suffix homologous sequence, shown in blue, to facilitate
Gibson assembly.

>K123002

ccttagctttcgctaaggatgatttctggaattcgeggecgcettctagagtggtgcaaaacctttcgeggtatggeatgatagegectactagaggtca
gagtgaccatgtccagattagataaaagtaaagtgattaacagcgcattagagctgcttaatgaggtcggaatcgaaggtttaacaacccgtaaactegc
ccagaagctaggtgtagagcagcctacattgtattggcatgtaaaaaataagegggctttgetcgacgecttagecattgagatgttagataggeaccata
ctcacttttgccctttagaaggggaaagctggcaagattttttacgtaataacgctaaaagttttagatgtgctttactaagtcatcgecgatggagcaaaagt
acatttaggtacacggcctacagaaaaacagtatgaaactctcgaaaatcaattagcectttttatgccaacaaggtttttcactagagaatgcattatatge
actcagcgctgtggggcattttactttaggttgcgtattggaagatcaagagcatcaagtcgctaaagaagaaagggaaacacctactactgatagtatge
cgccattattacgacaagctatcgaattatttgatcaccaaggtgcagagcecagecttcttattcggecttgaattgatcatatgeggattagaaaaacaact
taaatgtgaaagtgggtccgctgcaaacgacgaaaactacgctttagtagcttaataatactagtageggecgetgeagtccggcaaaaaagggeaa

g8
>K123003

ccttagctttcgctaaggatgatttctggaattcgecggecgcettctagagagaaagaggagaaatactagatgaccatgaccctgcataccaaageg
agcggcatggegcetgetgcatcagattcagggecaacgaactggaaccgcetgaaccgeccgcagetgaaaattecgetggaacgeccgetgggegaagt
gtatctggatagcagcaaaccggcggtgtataactatccggaaggegeggegtatgaatttaacgeggcetgetgecgecaacgegeaggtgtatggecag
accggcectgecgtacgggecgggeagegaageggeggegtttggecagcaacggectgggeggctttcecgecactcaacagegtgageccgageccact
aatgcttctccatccgecgectcaactgtegecctttcttcaaccgecatggtcaacaggtgecgtattaccttgaaaacgaaccgtcaggctatacegtgege
gaggctggcccgecggctttttatcgeccgaacagegataaccggeggeagggeggaagagagagactggegageaccaacgataaaggeageatgg
ccatggaaagcgcgaaagaaacccgctattgegeggtgtgeaacgattatgectctggcetatcattatggegtgtggagetgegaaggetgcaaagegttt
tttaaacgcagcatccagggccataatgactatatgtgecccggegaccaaccagtgecaccattgataaaaaccgecgcaaaagetgecaggegtgecge
ctgcgcaaatgctatgaagtgggcatgatgaaaggeggceattcgcaaagatcgecgggggggcagaatgetgaaacataaacgecagegegatgatgg
cgagggacgcggtgaggtgggatctgecgggegatatgecgegeageaaacctgtggecatcgecgetgatgattaagagatccaagaaaaacagectgg
cactaagcctgaccgcggatcagatggtgagcegcecctcctggatgeggageccccgattetgtatagegaatatgatccgacccgeccgttttcagaggea
tccatgatgggcctgetgacgaatctggeggatcgegagettgtgeatatgataaactgggcetaaacgegttececcggcetttgtggatctgacattgeatgat
caggtgcatctgctggaatgegegtggetggaaattttgatgatcggectggtgtggcgetecgatggaacatccggtgaaactgetgtttgegecgaacct
gcttctcgatcgcaaccaaggtaaatgegtggaaggeatggtggagatatttgatatgetgetggcaacgagetccagatttcgecatgatgaatttgecagg



gggaggaatttgtgtgcctgaaaagcattattctgetgaactctggggtatataccttectaagcageaccctcaagagectggaagagaaggatcatatt

catcgcgtgctggataaaattaccgataccctgattcatctgatggcaaaagegggectgactcttcagcagcaacaccagegectggegeaactactget
gattctgagccatattcgccatatgaggaaccagggcaagtgtgtagaggggatggttgaaattttcgacatgetectggegaccageagecgettccgga
tgatgaacctgcaaggagaagagttcgtctgtctaaagtctataatcctectgaatagtggtgtttacacttttctgagttccaccctgaagtccctagagga
aaaagaccacatacaccgtgtacttgacaagataacggacacgcttatacacttgatggctaaggcaggtctaacattacaacaacagcatcaacgactt
gctcagctgcttcttatcctctcccacataaggeacatgagcaacaaaggtatggagceatttgtactcgatgaaatgcaaaaacgtggtgecgcetgtatgat
cttttgctagaaatgttggacgegceatcgectgeatgecceccaccagecgeggaggagegagegttgaagagacggaccaaagecatctecgetacagec

gggtccacatctagccatagcttacaaaaatattatattaccggegaagecgagggttttcctgcaaccgtgtactagtageggecgetgeagteegge

aaaaaagggcaagg

Other sequences are planned - see the codon harmonization file on the engineering success page.



