
Features within Sequence Flanking the Assembly Site

 AflIII - PciI  2100

 BssSαI  1927

 BseYI  1796

pGGAselect
2,220 bp

R

BsaAI  1345

PvuII  1138   

 PflMI*  809

 DrdI  1998 

 AlwNI  1691

 ApaLI  1786

 BfaI  1607

 AcuI  1558

FokI  1054

 BspEI  1038

 MscI  771
 SspI  726

or
i

Excised Cassette

CmR gene

 BanI  568

 TatI  619

 BpmI  918

 HaeII  1860

 Bpu10I  1262

 ScaI  621

 PasI  803

 BtsCI  1047
TsoI  1139   

 PspFI  1800

PstI - SbfI  238
AarI  241
PmeI  247
PspXI  284
BamHI  290
BstBI  300
BsaI  314
BsmBI - Esp3I  325
BbsI  336
BbsI  379
BsmBI - Esp3I  390
BsaI  401
AccI  411
PacI  423
BsaHI  428
ZraI  429
AatII  446
EagI - NotI  446
AseI  480

T7 Promoter

XhoISP6 Promoter

Forward (CW) Analysis Primer

Reverse (CCW) Analysis Primer

5´ CTGCAGGAAGGTTTAAACGCATTTAGGTGACACTATAGAAGTGTGTATCGCTCGAGGGATCCGAATTCGAAGTCTTGGTA 
3´ GACGTCCTTCCAAATTTGCGTAAATCCACTGTGATATCTTCACACATAGCGAGCTCCCTAGGCTTAAGCTTCAGAACCAT 

BamHI EcoRI

5´ CCTGTAGACTTCTTAATTAAGACGTCAGAATTCTCGAGGCGGCCGCATGTGAGTCTCCCTATAGTGAGTCGTATTA 3´
3´ GGACATCTGAAGAATTAATTCTGCAGTCTTAAGAGCTCCGCCGGCGTACACTCAGAGGGATATCACTCAGCATAAT 5´

PacI AatII EcoRI  XhoI NotI

+1

+1

BsaI

(Excised Cassette Replaced by BsmBI-directed Assembly)

BsaI

Vector 
Overhang

5´ CGGAGCGAGACC    GGAGCGAGACGGGAGTCGTCTTCGCTTTCCAGATCTGATAACTTGTGAAGACGACCATCGTCTCA    CCATGGTCTCACCATT
3´ GCCTCGCTCTGGCCTC    GCTCTGCCCTCAGCAGAAGCGAAAGGTCTAGACTATTGAACACTTCTGCTGGTAGCAGAGTGGTA    CCAGAGTGGTAA 

BsmBI BbsI

BbsI BsmBI

Vector 
Overhang


