
T7 Promoter

5´ AAG ACT TGG TAC GGA GCG AGA CCG CTT TCC AGA TCT GAT AAC TTG TGG TCT CAC CAT TCC TGT
3´ TTC TGA ACC ATG CCT CGC TCT GGC GAA AGG TCT AGA CTA TTG AAC ACC AGA GTG GTA AGG ACA

Features within Sequence Flanking the Assembly Site

BsaI

XhoISP6 Promoter

 PciI - AflIII  2055

 BssSI  1882

 BseYI  1751
 BsiHKAI  1745

pGGA
2,174 bp

R

SP6 Promoter

BsaAI  1300

PvuII  1093   

 PflMI  764

 BccI  623

 DrdI  1953 

SbfI - PstI  239
PmeI  248
PspXI - XhoI  285
BamHI  291
EcoRI  297
BstBI  301
BsaI  315
BglII  334
BsaI  356
PacI  378
BsgHI  383
ZraI  384
AatII  386
EcoRI  389
XhoI  394
NotI - EagI  401
AseI  435

 AlwNI  1646

Forward (CW) Analysis Primer

Cloning Analysis Reverse Primer

5´ CTG CAG GAA GGT TTA AAC GCA TTT AGG TGA CAC TAT AGA AGT GTG TAT CGC TCG AGG GAT CCG AAT TCG 
3´ GAC GTC CTT CCA AAT TTG CGT AAA TCC ACT GTG ATA TCT TCA CAC ATA GCG AGC TCC CTA GGC TTA AGC 

(Excised Cassette Replaced by Assembly)

BamHI EcoRI

5´ AGT CTT CTT AAT TAA GAC GTC AGA ATT CTC GAG GCG GCC GCA TGT GCG TCT CCC TAT AGT GAG TCG TAT TA 3´
3´ TCA GAA GAA TTA ATT CTG CAG TCT TAA GAG CTC CGC CGG CGT ACA CGC AGA GGG ATA TCA CTC AGC ATA AT 5´

Vector
Overhang*

BsaI

(BglII)

PacI AatII EcoRI/XhoI NotI

 ApaLI  1741

 BfaI  1562

 AcuI  1513

FokI  1009
 BspEI  993

 MscI  726

 SspI  681
 Btg - Nco - StyI  688

or
i

T7 Promoter

Excised Cassette

CmR gene

 BanI  523

 ScaI  576

 BpmI  873

 HaeII  1815

 Bpu10I  1217

+1

Vector
Overhang*

+1


