
lenti-sgRNA and lenti-SpCas9 plasmid design 

Addgene plasmid #52961 

Deleted the upstream MluI restriction site 
by partial MluI digestion, Klenow end-filling  
and religation 

Subcloned PCR-amplified  
Puro/Hygro/Neo/Blast between  
the XbaI and remaining MluI  
restriction site 

BsmBI BsmBI 

lentiCRISPRv2 puro 

LTR LTR psi RRE 

cPPT 

U6 2 kb filler EFS SpCas9 FLAG P2A Puro WPRE 

Addgene plasmid #98290 

MluI X 
ACGcgcgCGT 

BamHI MluI XbaI KpnI 

BsmBI BsmBI 

lenti-sgRNA puro 
#104990 

LTR LTR psi RRE 

cPPT 

U6 2 kb filler EFS Puro WPRE 

MluI X 
ACGcgcgCGT 

MluI XbaI 

lenti-SpCas9 puro 
#104994 

LTR LTR psi RRE 

cPPT 

EFS SpCas9 FLAG P2A Puro WPRE 

MluI X 
ACGcgcgCGT 

KpnI-XhoI-BsrGI-NheI 

NheI 

Cloned a KpnI-XhoI-BsrGI-NheI  
double-stranded oligonucleotide 
between the KpnI and NheI restriction site 
of lentiCRISPRv2 puro/hygro/neo/blast 

BsmBI BsmBI 

lenti-sgRNA hygro 
#104991 

LTR LTR psi RRE 

cPPT 

U6 2 kb filler EFS Hygro WPRE 

MluI X 
ACGcgcgCGT 

MluI XbaI 

lenti-SpCas9 hygro 
#104995 

LTR LTR psi RRE 

cPPT 

EFS SpCas9 FLAG P2A Hygro WPRE 

MluI X 
ACGcgcgCGT 

KpnI-XhoI-BsrGI-NheI 

BsmBI BsmBI 

lenti-sgRNA neo 
#104992 

LTR LTR psi RRE 

cPPT 

U6 2 kb filler EFS Neo WPRE 

MluI X 
ACGcgcgCGT 

MluI XbaI 

lenti-SpCas9 neo 
#104996 

LTR LTR psi RRE 

cPPT 

EFS SpCas9 FLAG P2A Neo WPRE 

MluI X 
ACGcgcgCGT 

KpnI-XhoI-BsrGI-NheI 

BsmBI BsmBI 

lenti-sgRNA blast 
#104993 

LTR LTR psi RRE 

cPPT 

U6 2 kb filler EFS Blast WPRE 

MluI X 
ACGcgcgCGT 

MluI XbaI 

lenti-SpCas9 blast 
#104997 

LTR LTR psi RRE 

cPPT 

EFS SpCas9 FLAG P2A Blast WPRE 

MluI X 
ACGcgcgCGT 

KpnI-XhoI-BsrGI-NheI 
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