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Flash CRISPR Knockout Kit

(Universal Version)

User Guide

 Product Information

Catalog No. Product Name Specification

5oμFlash CRISPR Knockout Kit
EDKO-KO4 (Universal Version) 1oog

 Product Overview

Te FlshCRISPRKnockoutKit(UnnerslVerson)erables eficient andpeeise geneknockoutby

dlveringpreasembledrboucleoprotcin(RNP)coplexescompoedofCs9protinand sgRNA,along

withapropretarydlveyearer.Taloredforresearchue,thisreadytousektfauresEDrTGENE's
nnoviveCRISPRRNPdelveryssemandetenselyvaidedCsenymesTe peiaytetedRNP
carrier complex ensures high-eficieney genome editing in mammalian cells

Transportation and Storage

Store at-80°C.Shipped on dry ice. Shelflife6 months.
tis ecommendedtoaiquotte reagents based onusage fequeneyto avoid epeated fcezethav cyels

Advantages

High Editing Efficiency
UuzesahighlyefcicntdclveycarieranddrctRNPdlverstaegy,achievng geneknockou
efficieney of up to 95%.

Leverage gene editing to facilitate life science discovery

orew|EDITGENE Co.,Ltd www.editxor.com

Flash CRISPR Knockout Kit

(Universal Version)

User Guide

 Product Information

Catalog No. Product Name Specification

5oμFlash CRISPR Knockout Kit
EDKO-KO4 (Universal Version) 1oog

 Product Overview

Te FlshCRISPRKnockoutKit(UnnerslVerson)erables eficient andpeeise geneknockoutby

dlveringpreasembledrboucleoprotcin(RNP)coplexescompoedofCs9protinand sgRNA,along

withapropretarydlveyearer.Taloredforresearchue,thisreadytousektfauresEDrTGENE's
nnoviveCRISPRRNPdelveryssemandetenselyvaidedCsenymesTe peiaytetedRNP
carrier complex ensures high-eficieney genome editing in mammalian cells

Transportation and Storage

Store at-80°C.Shipped on dry ice. Shelflife6 months.
tis ecommendedtoaiquotte reagents based onusage fequeneyto avoid epeated fcezethav cyels

Advantages

High Editing Efficiency
UuzesahighlyefcicntdclveycarieranddrctRNPdlverstaegy,achievng geneknockou
efficieney of up to 95%.

Leverage gene editing to facilitate life science discovery



orewIEDITGENE Co.Ltd www.editxor.com

Short Turnaround Time

Tekitprovidesaready4ousecarrer-RNPeomplxDNAcleavagecanbedctctedascaryas6hours
post-transfection,with complete knockout achieved within 48 hours
Broad Applicability

Suiableformotmammaiancepes.includighardtoansfteelsandcelswihliitcdpolfertve
capacity.
Low Technical Requirements:
Nocomplexpoceduresorelcroportioneuipmentreded.sinplyaddandue foreficientgeneediting
No selection requred-thanks tothe trnsient mechnismofaction,theresnoneed for antibiotcsor
fluorescent markers,significantly shortening the experimental timeline
Low Risk

Minimlofftrgetefccts.TheRNPcomplxhasashorthflie(afwhour)insidecls,andtheCs

poeinispidydegratod,sgnifeantyreducingnon-speifecleage.Norkofrndomnegrtionof
exogenous DNA.
Low Cytotoxicity

Fetresaniovatvebiomolcurdelverycariereombined wthRNPdlveryto ensure miniraltovici
to cells.

Componemts
Catalog No. Specification NotesComponeat

50 gL (sufficicnt for five
EDKO-KO4-5O Carrier-RNP Complex 24-well plate.10 uL/well

24-well reactions)

100 μL (sufficient for fiveEDKO-KO4-1OO Carrier-RNP Complex 12-well plate,20 μL/well
12-well reactions)

Note:Tispodutprovidesoyhepreassembldearier-RNPeomplexCusomersareruirdtopovide
their own sgRNA sequences.

 Optional Components

Leverage gene editing to facilitate life science discovery
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option Description

sgRNA Design Custom sgRNA design services provided by EDITGENE

Positive Control Carrie-RNP complex targeting human B2M gene

 Experimental Procedure

1.Cell Culture and Seeding(Example:24-well plate)

Cutrecelsuniltheyaeinaheaty,ategowng sateSeedcelsinoa24welple24hourspiorto
transfection.

For adherent cells ensure 50%-60% confueney at the time ofransfection

Forspensioncelsensureaceldesiyof12×10t016×10cclsperwelatthetimeofarsftion

Note:Useheatycelsfeefom beterial,fng,ormyeoplasmacontamintion.Foreryopreseredcels
recenly thawed fom liquid nitrogen,pasage at least twice before transfection

2.Cell Traasfeetion
Twhe carier-RNPcoplexsowybytrnsfringt fom-80"Cto4"Cinadvance.Add10Lofhe
coplxpervelina24eplteAddthereagentdovynmuiplesmaiuotsgntyhkingtomafr
each addition.

ForadhereteeCesshoudeheaity,eenydirbued,andt50%-60%conuenyTheeomplxcn
be added directy.

Forspensioncel:Celsshoudbeheathy,Gentypipetetodspersecellclupsbeforeaddingthe
carier-RNPeomplex.Add the reagent direetly once the cells are evenly suspended

3.Analysis ofTransfected Cells
A48hoursposttnsfetonernctgnomic DNAfom thetansfced celsUsespecifcpimestoamphi
the target region(the amplicon should include the sgRNA targeted cleavage site)

AnayegneedtngefcnysingtosschsDE(ps/ienkil)orICE(nps/sesnheeocom

userguidecanbefoundthtps/wwsynthegocom/guide/howtousecrsprieeanaysisguide)

Leverage gene editing to facilitate life science discovery
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 High-Efficiency Gene Editing Results
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Figure 1.Representaive Image ofEffcienty Edited Cells
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Figure 2.ICE Anaysis ofPotyelonal Editing in Jukat Cells(Tart B2u
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Figure3.ICE AnaysisofPoyclonal Editing inHEK293TCels(Target B2M)

Selected List of Successfully Edited Cell Lines

CelTypeCelType Editing Efficiency CellType Editing Efficiency Editiag Efficieney
uk 97% SK_ov-3 9o% MKN-45 i%

96% gO% 66%z86-o HEK293 SH-SY5Y
96% gO% 64%U2oS NCI-HI299 AsPC-1

64%U251 MG 95% HGC-27 89% OCI-AML-2
UM-UC-3 95% KYSE-3O 88% HEPG2 6l%

94% 86% 6%NCI-HI7O3 NCI-H7I6 NCI-H46O

g4% 85% 6%HEC-I-B A549 HT-29

93% U937 85% PC3 55%Hel

HEK293T 92% 82% sw57g 52%Caco-2

DMS273 92% JAR 81% THP_1 51%

so%U-87MG 92% RD z9% HE
48%A673 92% NCI-H52O z5% CAL.33

g% z4% 44%SNU-398 OCI-AML3 FaDu
z2%RKo 91% A3Z5 NCI-H3122 42%

Leverage gene editing to facilitate life science discovery

orew|EDITGENE Co.,Ltd www.editxor.com

aaeraeracaaacacaacra

Figure3.ICE AnaysisofPoyclonal Editing inHEK293TCels(Target B2M)

Selected List of Successfully Edited Cell Lines

CelTypeCelType Editing Efficiency CellType Editing Efficiency Editiag Efficieney
uk 97% SK_ov-3 9o% MKN-45 i%

96% gO% 66%z86-o HEK293 SH-SY5Y
96% gO% 64%U2oS NCI-HI299 AsPC-1

64%U251 MG 95% HGC-27 89% OCI-AML-2
UM-UC-3 95% KYSE-3O 88% HEPG2 6l%

94% 86% 6%NCI-HI7O3 NCI-H7I6 NCI-H46O

g4% 85% 6%HEC-I-B A549 HT-29

93% U937 85% PC3 55%Hel

HEK293T 92% 82% sw57g 52%Caco-2

DMS273 92% JAR 81% THP_1 51%

so%U-87MG 92% RD z9% HE
48%A673 92% NCI-H52O z5% CAL.33

g% z4% 44%SNU-398 OCI-AML3 FaDu
z2%RKo 91% A3Z5 NCI-H3122 42%

Leverage gene editing to facilitate life science discovery



orewIEDITGENE CoLtd www.editxor.com

gO% K562 z3% KLE 42%HUCC-T1

SNu-1 9O% MMIs 3% oE33 42%

FAQs

1. How can high editing efricieney be achieved without selection?
AerThiskthsbeenvidedacrosmuiplecelinesTheRNPeomplxeterscelsandbeginsgene
cdtigwthin4housportnsfctoCa9potcinsdeadcdwihn4-48hours,alowingefcentan

transient expression-drvenediting withoutthe ned forantibiotieor fuorescent selection

2. Why does this kit cause minimalcellular damage?
erTekepoysaanedbiomoleulrrnsfetiontechnology.ofring sgnifeatadvantgesoer
aditorlmethodsUnikechemitnsfctonwhichmaybeetotoxic,orelctoportionwhichcansbet
celstophysicalstress,this approchensuresminimal damagewhile minaininghgheffcieney

3.Can comparable editing efficieney be achieved in suspension cells?
erWhilespenoncelsaregenerlymoredficuttotansfetthisktprformseceptonlyen
bothadherentandsuspensioncelpesForeample,inJukteels,ediingeficieneycanrethupto97%

wtn48orsponsfeto,dcmonstnghektsoutsndingperormncendsbiyfrdmanding
suspension cell applications.

4,What should I do ifgene knockout fails asing this kit?
Aerfgeneknockout isunsuccesfl whenusingthskit,EDITGENEwllwavehe costofthekt
Morover,heamountyoupaidcanbefyerdtedtowardEDfTGENE'scutomiedgeneknockoutseries

Precautioms
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1.ThspodutisinendedforlabortoryrescrchueonyPlese srctyeompywithalapplcatielvs

egutonsandehcguidcinesAycosequencesrsingfommpopruseehesolereponsblyofhe
user,and EDITGENE Co,Ltd.assumes no liability.

2.Pesefoovthespcifedinstrtonsfrtanporaton,o,ndusgeofherenAoidrPeed
fezetaweydlesunlesabsoluelyncesaryEDITGENECo,Lidsnotreponsibleforanyeperiment

failures resulting ffom improper storage or handling
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