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K-562-CAS9 Mpa{sE ik
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RS | YC-C023-Cas9-H

MEEFR | K-562-CAS9 MRS | MEBEHERK, BiZEK
SOEUE | B, Hygro B [ 1: 3-1: 5

tEFMAZR | 90%IMDM+10%FBS
IFFFARRBLS SRR, &P AT EPR BTN

IRFERIRE | 50%IMDM+40%FBS+10%DMS | FZ5iRE | H=500.0 pg/ml
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1) RT-QPCR
Sample Name Target Name Ct Mean ACT
K-562-CAS9 Cas9 18.70168877
2.00867081
K-562-CAS9 B-actin 16.69301796
K-562 Cas9 34.68590164
17.27577781
K-562 B-actin 17.41012383
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E: EEINTE K-562-CAS9 foiedmpatk b, FBERHEMR CHD4 ERERI gRNA 4, 2577 48h fFEX pool 4HiEHGIIAY
NFIEE, TesirrtABEEHIVE, EREURBTRETIEMSHEREBEHNE, WF Cas9 iz
EREE R INZRIA,

§ caso sssmmtkm R

1) IZAERERERIX Cas9 1%F4EE, NEER gRNA, BEIASCIIERERR, mMiEs: gRNA FIfA
DNA, NaTsEIERERIN/HRRET,

2) ¥R gRNA AJLARBRAIB AT LAZ S RRRIERIMERAT sgRNA, 3875 AR LUEREE#E (20:
RERRIRE. HFGE) |, tHRLUERREE (W BmER) .

3) HRAREFIMNKEIEFTRESERIDERERARENE, FHPRERDBEERMEE Casd B9
A, Eit, ZENERERAOR (10 KLAR) RIBIEHITER, BEREE.
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1) AR MRETFKEHINAFER, BEIRBUAENREEFSEE (24H)E-80°CiK
fBRE, BEEHTHRSET.

2) &N FNERAE T25 findiEEim, WERIRR 75%R0ERERT T25 IMREHTES, ZBnE
5%CO2, 37°CRYZBHELEFERE 2h, FHFERNHARMERME NTRARIE B
iLAE, 231 100X 7 40X F&FH 2 M RMEFHIHRIHRICR. ERGIERTGISFEER
Z 24 S0mLELE, 1100rmp, B 4min, FEE, f2ml=2tEsssssm, o
20uL SRS TAIIETH SO NMRIEIESE, RIBMIEITHEUSREREEEES 2x10°~4.0x10° M
fg/mL; MAREESARESEAENBIEFRTD. BASER 1, (ERAREFERE
IEH FIsRIEF4E0. )

R WEMEIEE, EERESNRMERREST, BARETRE. BN, FEAEELNTATE

K5, FMrEmEnE. BRERERR, B5URREE, FHTUWE 24h RS5FAER (B1E: 400-688-
9033; https://www.ubigene.com) ,
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1) HEEIIE: BR2EFRE 37°CKARIR 30 9, MEKFFIARMNERERFTEIE, %
2-80°CikAE, MEBHDIIHRRAER;

2) EEFEARRARERE 6-7 mL B2EFKRE 15 mL BOES,

3) BEM-80°CIKEE BRI ET TIKE, SXifEHER, EREBNTIXIIRE, BlUE
FBFFAESZFIN 37°CKATRERD (R KAFERHIEF) | FHE 1 oHELG=<E
BY;

4) mEFER, AEERIEIUAFEIINEHS, BT, BRERRSISERMIIIEIRER
HRRAESIFRITEEFRT, FLEF, 1100 rpm EEEO 4 TP,

5) BEENIVOIRF LS, FRERREERE 1 mL Fffs2EARESMRERmEsSk, B
BEES 4 mL E2EFRRIIT25 cm’ 1B7:E (3E 6cm ) 1, S EAEER. S5,
KR, & 37°C. 5% CO2 1B EEFERIER.

IR BOEEESE T75 cm?#REL 10cm B9,

) mmists

SRS BENEER, SRR AR ARIER

A iR FIRRSEST, MEEARD, SRS TEEN MERHERENR;
1) FERSAMIBRSIRPIMIBYTION, B 20uL WS TR AL

2) WRIETEEER, WHRSDMIRER, KHREEEESN 2x10°~4.0x10° MAEH/mL IEFR, W
MRRIE SRR SRS AR SRS TR,

B. £i%ik: SMRNERY, AREARS, BEARETENER T, ERSHWR,

1) EEFERFIEFRRESR 15mL BIOER SOmL B OES, 1100rpm B0 4 58,
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2) #LF FRERRSEREY 1ImL T2BAEERAMEINE, 20ul MRS THIEITEL

3) RIBMIEIHEER, BMREREERS 2x10°~4.0x10° NMARE/mL 9EE5E, MAAREESFATRIEG
RS EARRRMSAIEFRR. BT 5%C02, 37°CRYAMIEFREEART].,

1 BFHRARPRIEFENMARIEFRTIE

IEFRHPINS 1EFREAR
6 FLAR 3mL
T25 5mL-8mL
T75 12mL-28mL
T175 30mL-50mL

R ATHERE Cas9 BRRIAEIRE, EFRKAT 70%IZINFHESR,

| Eillobse

1) RIS, RS ANIEEFREAMIEEE S0mL BOE, 1100 rpm EREL 4
pariih

2) BUE, IFSTEELS, B1-2 ml £GTANGERESMI, AEREWITESSS,
BY 20 pL BHTMEIIE, RSN AERIBREERAE 5x10% 1x107ME/mL,

3) BEESRIE | MUETSHRERES, EEST, HEEIRMSTRIEER. KR
MIROR. SR, FEEE

4) BHEFENET 4 CIUSHEFFEST, FHERFER 15 D ABEFFESNEBR
im/KRER ;
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