Pstl - Shfl 238
Aarl 241

Pmel 247
PspXI 284
BamHI 290

Al - Peil 2100 BstBI 300
Bsal 314
BsmBlI - Esp3l 325
Drdl 1998 e
BssSal 1927 Bbsl 379

BsmBlI - Esp3l 390

Haell 1860 Bsal 401
Accl 411

PspFl 1800 Excised Cassette"‘ Pacl 423
BseYl 1796 BsaHI 428

Zral 429
Aatll 446

pGGAselect Eagl - Notl 446

Asel 480
2,220 bp Banl 568

Tatl 619
Scal 621

ApaLl 1786

AlwNI 1691

Bfal 1607

Acul 1558
Sspl 726
Mscl 771
Pasl 803
PfIMI* 809
BsaAl 1345

Bpml 918

BspEl 1038
BtsCl 1047

Bpu10l 1262
Tsol 1139

Pvull 1138 Fokl 1054

Features within Sequence Flanking the Assembly Site

Forward (CW) Analysis Primer
(CW) >

+1

_SP6 Promoter Xhol BamHI EcoRl
5 CTGCAGGAAGGTTTAAACGCATTTAGGTGACACTATAGAAGTGTGTATCGCTCGAGGGATCCGAATTCGAAGTCTTGGTA
3" GACGTCCTTCCAAATTTGCGTAAATCCACTGTGATATCTTCACACATAGCGAGCTCCCTAGGCTTAAGCTTCAGAACCAT

Vector
(Excised Cassette Replaced by BsmBI-directed Assembly) Overhang
Bbsl BsmBlI Bsal
5° CGGAGCGAGACC GGAGCGAGACGGGAGTCGTCTTCGCTTTCCAGATCTGATAACTTGTGAAGACGACCATCGTCTCA GGTCTCACCATT

3° GCCTCGCTCTGEHRN GCTCTGCCCTCAGCAGAAGCGAAAGGTCTAGACTATTGAACACTTCTGCTGGTAGCAGAGTGGTA CCAGAGTGGTAA
Bsal T BsmBI Bbs|
Vector
Overhang
Pacl Aatll EcoRI Xhol Notl

5% CCTGTAGACTTCTTAATTAAGACGTCAGAATTCTCGAGGCGGCCGCATGTGAGTCTCCCTATAGTGAGTCGTATTA 3~
3" GGACATCTGAAGAATTAATTCTGCAGTCTTAAGAGCTCCGCCGGCGTACACTCAGAGGGATATCACTCAGCATAAT 5°

+1

T7 Promoter

<

h Reverse (CCW) Analysis Primer




