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Flash-Pro CRISPR KO Kit (For Organoids/Stem Cells)

I. Basic Information

SizeCat.No. Product Name
5oμ

EDKO-KO5 Flash-Pro CRISPR KO Kit
1oOg

Product Overview

The Flash-Pro CRIsPR KOKit achieveseffcient and precise gene knockout by delivering
pre-assembled complexes of delivery vectors,Cas9 protein,and sgRNA (RNP).This
ready-to-use gene knockout kit is specialy designed for research applications and includes
EDrTGENE's innovatively developed CRISPR RNP delivery vectors and Cas enzymes

Validated in thousands of experimental cases.The specialy procesed delivery vector-RNP
complexes enable highly eficient genome editing in mammalian cells

Storage Conditions and ShelfLife

Shelf life:6 months.Store at-80C and transport on dry ice

It is recommended to aliquot the product according to usage to avoid repeated feeze-haw
cycles.

Product Advantages

HighEditing Efeieney.Efcientdelveryvetorsand directRNPdelvery achieve geneknockout

efficiencies up to 95%.
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Short Worknow:The kitprovides integrated delivery vector-RNP complexes,alowing DNA

cleavage detection within 6 hours and complete gene knockout within 48 hours

Broad Applicability:Suitable for most mammalian cels,including hard-to-ransfect or

limited-proliferation cells.

EasyOperation:No complex procedures orelectroportionrequired,ready-ouse foreficient
editng The ransientaction mechanism eliminates the needforantbiotic or fuorescentselection
saving experimental time.

Low Risk Minimalofftargetefccts,RNPshaveashortinracelulrhalflife(afwhours) and

Caspoteins are rpidydegraded,signifcantyreducingnon-specifecleavage.There isnorisk of
random integration ofexogenous DNA.

Low Cytotosicity:The innovative biomolecule delivery vectors combined with RNP delivery
minimize cellular damage.

Kit Components

Cat.No. Compomemt Size Notes
50 L (sufficient for 3 xEDKO-KO5-5O Delivery Vector-RNP Complex 24-well plate,15μL per well24-well plates)
100 mL.(sufficient for 3 xEDKO-KO5-1OO Delivery Vector-RNP Complex 12-well plate,30 μL. per well
12-well plates)

Nore:Tsproterprovidesonttheinegrateddclery vectorRNPcomplex.Users onbnedto
suppby the sgRNA sequemce.

Optional Components

optio Notes
sgRNA Design EDITGENE provides sgRNA sequence design services
Positive Control Delivery vector-RNP complex targeting human B2M gene
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II. Organoid Experimental Procedures

1.Organoid Culture and Seeding(24-Well Plate Example)

Cutureorganoids untilhealhyand actvely growing.Digestandcount cells,thenseed12x10
cells in 50 uL per well of a 24-well plate.

vore:Use elgroing organoisreeron bacreral.fingal ormeoplsma contaninarion

Dgesrorganoids mo35cellclsters,Fororganoids rcenb hoedrom lqudnrogen
passage at least nwiee before transfecrion.

2.Organoid Transfection

(1)Transferthe deliveryvectorRNP eomplexes fom-80"Cto4°C and thawslowy.Add 15

per welslowy,supplement with complete medium toatotalvolume of 100 l,mix genty,and
centrifuge the 24-well plate at 32°C,500g for 90 minutes.

(2)Colleetorganoid cels,centfugeto separatecelpeletsandsupernatant Embedthe cellpellet

for cuture;use the supematant with additional complete medium for maintenance

(3)Afer24 hours oftransfcction,replace with fesh complete medium and continue culture

Notes:During ranyection,the celmmberislo and theprocedreiohes mple seps.s
oke care to aoid losng cels dring handing faplare cenrfiuge is not aailable,2ml

Eppendorfbes are reconnended as an alerate,whue 1.5mL tbes arenoratised

3.Analysis ofTransfected Cells

72hourspos-tansfcetion,extretgenomie DNAfomtransfccted cels and amplify the target
region using specifie primers (amplicon includes the sgRNA target site)

Analyzegene editingeficieneyusingTDE(htps/idenkinlorICE(htps/eesnthegoeom/
guide:htps:wwwsynthego.com/guide/how-to-use-crispr/ice-analysis-guide)
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III. Cell Experimental Procedures

1.Cell Culture and Seeding(24-Well Plate Example)

Cuture celsuntltheyareinavigorous grovth sate.24hoursbefore transfection,seedthe cells
intoa24velplate.Foradherent cells,seed sothatheconfueneyattransfectionis 50-60% For

suspension cells,seed 1.2×10?-1.6×10? cells per well.
Nore:Use healhycels and ensre thar theyarefree af bacrerial fngal or mcoplasma
contaninrion.Forcels recenh thvedfon liqudnirogen.passagear leasrnice before
transfection.

2.Cell Transfection

Thavthe deliveryvector-RNPeomplexessowyby transferingthem fom-80"Cto4"C.Add 10
wL per well slowly in multiple portions,and gently mix after addition

Foradherenteels:Ensurecels areheathy,evenlydstrbuted,andat50-6o%conrueney before
adding the product directly,

Forsuspensioneel:Ensurecelsae healtyandgentydisperse anycellclumpsbeforeadding
the delivery vector-RNP complexes direetly,so that the cells are evenly distributed

3.Analysis of Transfected Cells
48hoursposrtransfetion,extrctgenomieDNAfom thetransfcted cellsand amplifythetarget
region using specifie primers (the amplieon should inelude the sgRNA target site)
AnayzegeneeditingeficieneyusingTDE(htps/hidenkin)orICE(htps/ccsnthegocom/

guide:htps://wwwsynthego.com/guide/how-to-use-crispr/ce-analysis-guide)
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IV.Results

Organoid Results
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Figure 1.Sanger sequencing alignment of mouse tongue orgnoids(specifc gene)
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Figure 2.Multiclonal ICE analysis ofmouse tongue organoids(specific gene)

Stem Cell Results

d

Figure 3.Sangersequencing alignment ofhlPSC-B4 cells(B2M).
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Figure 4.Multiclonal 1CE analysis ofhIPSC-B4 cells(B2M)

V. Partial List ofSuccessfully Edited Cells

Editing Editing
EditingCeType CeType EfficiencEfficienc CellTypeEficieney

y

Raw264.7 1OO% SNU-1 9O% H9 z5%
CHO-K1 1OO% HEK293 9O% SK-N-AS z5%
A9 g9% PANC-1 9O% OCI-Aml3 74%

Mouse tongue
98% SGC-79O1 9O% VCaP 74%

organoids
gz% z4%URKAT HMRSV5 gO% ARPE-19

HK_2 gz% MDA-T32 9O% MM1S 73%
SN4741 gz% HGC-27 89% K-562 z3%
786O 96% 89% A549 z3%U-87-MG

96% 89% z%U2oS Caki-1 MKN45
HUH_6 96% LX-2 89% HT-1O8O z%

95% SH-SY5Y 66%UM-UJC-3 3T3L1 89%

U251 g5% KYSE-3O 88% MDA-MB-231 66%
95% AGS 88% SNT-8 66%hIPSC-B4

94% Lo2 65%IBMDM HLE-B3 88%
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g4%HEC-1-B 143B 8% AsPC-1 64%

g4%NCI-H17O3 MC38 8% OCI-AML2 64%
94% Bv2 86% 61%Sw13 NCI-H46O

NALM6 clone
94% 86% 61%NCI-H716 hepg2

G5

g3%hela NCI-H1299 85% HT-29 61%

Huhz g3% SNU_449 84% MB49 5z%
92% PC-3 52%DLD-1 KMRC-1 84%

DMS-273 g2% svGpl2 84% Sw5Z9 52%
HEK293T g2% MOLM-13 84% 5637 52%
Hapl g2% U-937 83% THP-1 51%
A673 g2% 83% HEL 5o%KMS-I2-PE

g2%Ishikawa CACO-2 82% CAL-33 48%

SNU-398 9% CAL-27 82% SK-N-SH 48%
RKo 9% JAR 81% Calu-3 4Z%
KYSE15O 9% NIH/3T3 81% A3z5 46%
SK-BR-3 9% MPC5 8O% FaDu 44%
9%2V6.11 RD z9% OE33 42%

MDA-T41 g% NCTC929 z9% 42%NCI-H3I22

D8 9% z8% KLE 42%GBC-SD

HuCCT1 go% HCT-116 z% C2CI2 42%
SKov-3 go% z5% 4O%NCI-H52O OVCAR-3

VI.FAQ

1.Howcanitbe demonstrated thathgh editingerreieneyis achieved withoutseletion?
The producthas been validated in mutiple celltpes The RNPsystem enters cells and begins
funetioning within4hourspostransfection,andtheCas9proteinis degraded within24-48 hours
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This transient higheficieney expression enables gene editing without the ned for eontinuous

selection.

2.Why does the product cause relatively low cellular damage?
Theproductutilizes advanced biomoleculartransfctiontechnology.Compared with thetoxiciyof
traditional chemicaltransfetion methods and the physical sress ofelectroporation,it shows
significant advantages in preserving cell viability

3.Can the same efficieney be achieved in suspension cells?

Transfeeting suspension cells is generaly more challenging However,dueto its superior
perormance,thisproduet workseficienty notonly in adherent cels but alsoin suspension cels

Forexample,inJukatcels,48hours pos-ransfection,editingeffcieneycanreachupto976
demonsrating the productshighefcieney in suspension celtrnsfction and meeting demanding
requirements.

4.What should be done if gene knockout fails using the kit?

Ifgeneknockoutfaiswhen usingthiski,EDrTGENEwilnotchargeforthekit Addionaly,the
fe you paid for thekit can be directyapplied toward EDrTGENE's gene knockoutservice,
ensuring that your gene editing experiments proceed without concerns

VI1. Publishing Requirements
Whenusing this produet in publieations,plase acknowledge our company:Guanghou Editgene
Co Ld,China,CRISPR RNPKOkit(CAS:EDKO-KO5) OrEDITGENECOLTD,CRISPR RNP

KOkit (CAS:EDKO-K05),ifused within U.S.or Europe territory.
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