
EcoRⅠ
SmaⅠ

LoxP NLS  N-Cre

EcoRⅠ SmaⅠ

5ʼ

LoxP NLS  N-Cre
EcoRⅠ SmaⅠ

P

OHP

5ʼ3ʼ

3ʼ

OH

extracting DNA



EcoRⅠ
SmaⅠ

EcoRⅠ SmaⅠ

pBlueScriptⅡSK(-)/EcoRⅠ&SmaⅠ

ligase

XluⅠ SalⅠAccⅠHincⅡHindⅢ

…

EcoRⅠ SmaⅠ

XbaⅠSocⅡ BstⅪ

pBlueScriptⅡSK(-)

BamHⅠ

CIP

OH

OH

OH

OH

extracting DNA



LoxP NLS  N-Cre

EcoRⅠ SmaⅠ

EcoRⅠ
SmaⅠ

LoxP NLS  N-Cre
EcoRⅠ SmaⅠ

XluⅠSalⅠAccⅠHincⅡHindⅢ
XbaⅠSocⅡ BstⅪ

pBL-LoxP-N-Cre

P

P
5ʼ

5ʼ3ʼ

3ʼ
OH

OH

amplification

extracting DNA



SmaⅠEcoRⅠ

…  IRES  EGFP  …
XbaⅠ

Sau3AⅠ

DraⅠ

NotⅠ

HindⅢ BglⅡ Sau3AⅠ

XhoⅠ HapⅡ

EcoRⅠ
SmaⅠ

ligase

pIRES2-EGFP/EcoRⅠ&SmaⅠ

…

EcoRⅠ SmaⅠ

…   IRES  EGFP …
XbaⅠ

NotⅠ

Sau3AⅠ

DraⅠXhoⅠ HapⅡ

HindⅢ BglⅡ Sau3AⅠ

pIRES2-EGFP

CIP

OH

OHOH

OH

extracting DNA



XbaⅠ

Sau3AⅠ

…  IRES   EGFP  …

EcoRⅠ

LoxP NLS  N-Cre
SmaⅠ NotⅠ

DraⅠ

HindⅢ BglⅡ Sau3AⅠ

XhoⅠ HapⅡ pCMV-LoxP-N-CreGFP

NotⅠ

XbaⅠ

Sau3AⅠ

IRES EGFP 

EcoRⅠ

LoxP NLS N-Cre
SmaⅠ NotⅠ

DraⅠ

HindⅢ BglⅡ Sau3AⅠ

XhoⅠ HapⅡ pCMV-LoxP-N-CreGFP/NotⅠ

NotⅠ

CIP

OH

OHOH

OH

amplification



ligase

XbaⅠ

Sau3AⅠ

LoxP mCherry
NotⅠBamHⅠEcoRⅠ

DraⅠ

HindⅢ BglⅡ Sau3AⅠ

XhoⅠ HapⅡ pCMV-LoxP-N-CreGFP-LoxP-mCherry

IRES  EGFPLoxP NLS N-Cre
SmaⅠ NotⅠ BglⅡ

5ʼ

5ʼ

3ʼ

NotⅠ

LoxP mCherry
NotⅠBamHⅠ BglⅡ

P
P

3ʼ

OH

OH

NotⅠ

LoxP mCherry
NotⅠBamHⅠ BglⅡ

NotⅠ

extracting DNA

amplification



BglⅡ

EcoRⅠ

LoxP NLS N-Cre   IRES EGFP LoxP mCherry

EcoRⅠ SmaⅠ NotⅠ BamHⅠ NotⅠ XbaⅠ

Sau3AⅠ

DraⅠ

HindⅢ BglⅡ Sau3AⅠ

XhoⅠ HapⅡ pCMV-LoxP-N-CreGFP-LoxP-mCherry

…
BglⅡ

BglⅡ

LoxP NLS  N-Cre  IRES EGFP LoxP mCherry

EcoRⅠ SmaⅠ NotⅠ BamHⅠ

P

P
5ʼ

5ʼ

3ʼ

3ʼ
OH

OH

extracting DNA



CAGpromoter … … … …  PAS

EcoRⅠ EcoRⅠ BglⅡ

pCAGGS

BglⅡ

EcoRⅠ

ligase

CAGpromoter … …  PAS

EcoRⅠ BglⅡ

pCAGGS/EcoRⅠ&(BglⅡ)

CIP

OH

OHOH

OH

extracting DNA



CAGpromoter LoxP NLS N-Cre IRES EGFP LoxP mCherry

SacⅡ NcoⅠ

BssHⅠ NdeⅠ

EcoRⅠ SmaⅠ BamHⅠ

pCAGNCreGFPmCherry

… PAS

BglⅡ


