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Research Summary
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We generated three pairs of selection cassettes to achieve high efficiency
of biallelic editing at different loci, allowing the insertion of 2kb-5kb fragments
into the genome flanked with 0.8-1.6kb homology arms for homology-directed
repair. APP and PSEN1 loci were chosen to be tested in 293T cells, and
reached up to 82% positive efficiency.




Innovation points

e We used two donor

vectors, each containing a

different fluorescent protein as well
as a drug-resistant gene, could lead
to higher biallelic editing efficiency.

e All three pairs of donors for
targeted allele integration were
proved to be efficient and versatile,
allowing a highly efficient selection
of biallelic targeted clones.

PGT/ZRT-dependent biallelic genome
editing at the APP locus.

APP locus L

Genome target Point mutation

s X
@8 55 1IN

5 P4 Exonl7
Left arm P Exonl6 Right a
1043bp muPAM X muPAM  Xbal ]591bp

A ,—‘
Ty | p—
< P4 Exonl7
P72 Exonl6

We got highest efficiency using PGT/ZRT
pair at APP locus

a

M12 34 5¢60C¢C

Bright field { P5/P20

P5/P21

Green field

P22/P8

P22/P8
Xbal

Red field

1 on
|
|
|
{
(

P5/P8

C Genome PGT.I.eﬁ arm APP target SPl target PGK

muPAM

N\M 00 il MM ol Ao

_ Genome 7 ZRT Left arm _ APP target SPl target PGK

muPAM ]

ot otk o o ol

SV40TpolyA SPl target SSA APPtarget nghtarm Genome

‘muPAM ‘ GA>TC&XbI ‘ ‘

o et mw g
PGT/ZRT
82% (41/50)




	A high-efficiency and versatile CRISPR/Cas9-mediated HDR-based biallelic editing system 
	Research Summary 
	Innovation points



