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THP-1-CAS9 4HBaEFi B
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RS | YC-DO11-Cas9-H

MREEFR | THP-1-CAS9 MRS | PR, BiFEK
SOEUE | B, Hygro B [ 1: 2-1: 4

1EFMAZR | 90%RPMI-1640+10%FBS
IFFFARRBLS SRR, &P AT EPR BTN

IRERIAZR | 90%FBS+10%DMSO

FZGRE | H=100.0png/mL
ER: ATHR Cas9 ERRIAENRE, WEKSRIFIINZES.

FREit | RAREARECREEEE, ZEESERRIE, FINERIRAG FBS S5haE
2= FBS Eb/8 20% 57y, FHABIERE 2 /5, AREEEEFARIES.

R WEIAEEE, FREREFENES S%MiE, FEIMIMRILSEERITITEBAEH TSR,

| =meirse
1) RT-QPCR
Sample Name Target Name Ct Mean ACT
THP-1-CAS9 Cas9 18.14743614
4.86366844
THP-1-CAS9 B-actin 13.28376770
THP-1 Cas9 34.46055222
21.80498600
THP-1 B-actin 12.65556622
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iE: EEJ9TE THP-1-CAS9 2R 4mlErk £, H5%#Em UBA7 EEAI gRNA &HL, 2450% 48h /FEX pool 4RAEAGIAY
NFIEE, TesibnrtABEEHIVE, EEURBETRETEMSHEREBRHNE, WF Cas9 iz
EREERINZRIA,

§ caso iassmmm Ao ER
1) ISRk Cas BEAHe, (VBEER ORNA, RBISCHUEMEANS, T gRNA Rtk
DNA, NIAJSCEREERIN/ R,

540 QRNA TTLLRBRAI AT AR & FABASME R sgRNA, BERTSATT LIRS (40

RERRIRE. HFGE) |, tHRLUERREE (W BmER) .
3) ARAERIMKEIEFATRESERIDERERERENE, FHBREBOBEERRE Casd A%
FEtE, ZNEREAOR (10 KLIA) ROMEIEHITEe, BEREE.

2)

| Bl
1) GEER: MRETKERNEER, KEIREIS N RESEIIEE (24H)E-80°Cik

fBRE, BERHTHRSET.
2) iEYMRE: WNRE T25 fRiEMMEIEk, WEIEA 75%80EREXT 125 yhRmEmE TiHS, ZfBlE
TR TR ARMGEE SN

5%CO2. 37°CRYMBIEIRAFEEFE 2h, FFERNLAREART
ZBITE 100X 71 40X FF1H 2 M RMEFHNARARICR. EXMIEITGIEFERLR

LRE,
, 1100rmp, B 4min, FLEB, B2mlL T25AFEESME, I

E 24 50mL BLE
20uL fHAEHHTARAEIHSGHENAIIER, RIBMIRITEUSMIBZEAEES 2x10°~4.0x10° M
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fg/mL; YAREERERESEARNSIESRS. BASER 1. (ERARSEFERSE
IEF RIS RAMAE, )

TR WEImEE, SHEREESURMAEEESRY, EAREARK. ERFIR. FMAERERITIKERE
K5e. FMFEMRENE. BRSFRERR, BSOHREE, AT 24h RSFAECR (B1&: 400-688-
9033; https://www.ubigene.com) ,

) mmss

1) EETIE: EELERRE 3TOKARIA 30 S8, BEERFMBAREIE, 5
F-80°CHE, MBEDIIERREES;

2) ERSERFRIRETRE 6-7 mL SERIEFHKE 15 mL L&,

3) BREM-80°CIKEER BRI ET TIKE, SXitfEHER, EREBINTIXIIRE, BlUE
FEFEAESZFIN 37°CKATRERD (R KAFEHIEF) | FHE 1 oHEG=<E
BY;

4) mEFER, AEERIEIUAFEIINEHS, BT, BRERRSISERMIIIEIRER
HRRAERIFRTEEFRT, FLEF, 1100 rpm RSO 4 TP,

5) BEENIVOIRF LS, FRRERREERE 1 mL Fffs2EARESMRERmEsSk, B
BEEF 4 mL T2EFRRAIT25 cm’ 1B7HE  (3E 6cm M) 1, S5 EAEER. S5,
xR, W& 37°C. 5% CO2 1B EEFAFBRIESR.

R IEZEESHE T75 cm?HREL 10cm BIML.

) et
K EMERENTER, SRMRNERTS I TRRIER:
A iR FIRRSEST, MEEARD, BRESETHER MERRENR;
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1) EEFEemCEFRRERNGTNS, X 20uL Mg TMIEITEL

2) WRIFTEEER, WHRSDMIRER, KHREEEESN 2x10°~4.0x10° MAH/mL TR, W
MRRIE SRR RS AR SAIE TR,

B. £fftik: JMRNSRY, Mg E, BARETENERAT, ERERRE;
1) EEFERFIEFRES 15mL BIOER SOmL B OES, 1100rpm B0 4 58,
2) 7%, FARERRRKE 1mL SeBAFEERMEIE, 20uL MESREITHIEITHEL

3) RIBMIEIHEER, BMRZEREERS 2x10°~4.0x10° NMAE/mL uEE5E, MAAREESFATRIEG
RS EARRRMSAIEFER. BT 5%C02, 37°CRUAMIEFREEARIT.

1 BFHRARPRIEFENMARIEFRTIR

IEFIE PSR
6 FLAR 3mL
T25 S5mL-8mL
T75 12mL-28mL
T175 30mL-50mL

| Eillobse
1) RMIBEAS, RS ANIEESREAMIEEE S0mL BOE, 1100 rpm EREL 4
pariih

2) BUA, fIFEFEELS, B1~2 mLACGRRINATRESER, BBRENITREEGISS,
BY 20 pL #HTHRREITHEL, BEEINGERBEZZEA 5x10%1x107 NMAK/mL,

3) BARSRZ 1 ml/EFIDEEAFET, IBEET, FFENRRILFMAIRETR. K.
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MIBUR. E. HMFHEE;

4) BHEFENET 4 CIUSHEFFEST, FERFERA 15 D ABEFFESNEBR
im/KREA

5) I&fE, HiHRFHARERERAEARE.
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