pJ2048 2xNOT (5651 bp)

P(BAD) promoter,EcoRI,+6

SgRNA-3
Csy4 site,Suffix,Xhol,+2

5500
Ncol
+1
Spacer 1
HindIII
HindIII,+2
Suffix,+1
Prefix,+2
BamHI, +2
Prefix
+1
RBS

45@0

pJ2048_2xNOT
5651 bp

1
5.00

00V

MarAn20
Suffix
SbfI
+3
Spacer 2.5
Sall,Sall
Linker_8 \‘\\\ — Prefix,+2
+1 \ a0y Linker_25,Prefix,+2
- Linker_17,Prefix,+1
sgRNA-4,Csy4 site,Suffix

NotI
AatIIl

Ascl

BbvCI
BbvCI
Spacer 15
KasI
KasI

Linker_11
AatlIl



