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MC38-CAS9 #pa{E i AEH

| =auseEs
FRRS | YC-A002-Cas9-H
MMBEEFR | MC38-CAS9 MRS | LRIRE, MLEEZREE
I | BRDE, Hygro &R | 1: 2-1: 4
BEFIKER | 90% DMEM+10%FBS
IRHAAEEFARINNUT, P ARSERRE SRR
IRFRIKE | 50%DMEM+40%FBS+10%DMSO | #25:KE | H=250.0ug/ml
Y5ReEiE
| =masirsz
1) RT-QPCR
Sample Name Target Name Ct Mean ACT
MC38-CAS9 Cas9 14.14247417
0.22941589
MC38-CAS9 B-actin 13.91305828
MC38 Cas9 32.94183350
19.78059006
MC38 B-actin 13.16124344
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i _EEJ9TE MC38-CAS9 fattdmitk b, EB4EEEM InppSk EEAY gRNA [FHL, 5l 48h fFEX pool 4HAZAEN
RNFIEE. et ABEEHINNE, EBURBRTRETTIEIMSHEREPEXEE, HbE Cas9
AT ANES

§ caso sssmmtkm R

1) IZAERERERIX Cas9 1%F4EE, NEER gRNA, BEIASCIIERERR, mMiEs: gRNA FIfA
DNA, MasCIERERIN/RRET,

2) &Y gRNA TR RRI AT AR SRV RIMESRAY sgRNA, FEERFSARTLUEERBE (40:
fERRfR L. BBEEE) |, BATLUEIRREE (A0 BmEE) .

3) HRAREFIMNKEIEFTRESERIDERERARENE, FHPRERDBEERMEE Casd B9
A, Eit, ZENERERAOR (10 KLAR) RIBIEHITER, BEREE.

) iz

1) AR MRETFKEHINAFER, BEIRBUAENREEFSEE (24H)E-80°CiK
fBRE, BEEHTHRSET.

2) YRR WNRE T25 fEMMEiEk, WEIRA 75%B9EREXT 125 M REmH TiHS, ZBE
5%C0O2, 37°CHYMIEIEFFHERFE 2h, FHFERBHARMERMER FNRMERGEE BN
iLEE, 737E 100X 71 40X F&E 2 M AEIEFRIMIBIHRICR., MRLCEEILE 80%LA E
RUERNERE, AJLUHTEERE, WRARICEEREIA 80% LA LABEN, FielniEs
B, Bt einas. ((ERlEAErstER ARIEAMEE. )

TR WRIERE, EERECURARMESTY, BAREARR. FRFIR. HAMrARERITIKERE

&5, AEFEMSNE. KIRERERR, BSURREE, AU 24h REEAELR (FBiE: 400-688-
9033; https://www.ubigene.com) ,

) mmss
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1) HEBEIIE: BReEFRE 37°CKARIR 30 90, MBEKFFIARMNERERFTIE, %
2-80°CikAE, MEHDIIHRRAEK;

2) TEFENARERE 6-7 mL B2EFKE 15 mL BEOEH;

3) BEM-80°CIKEEEERMET TIKE, SXifEHER, EREBNTIXIIRE, BlUE
FEFFAESZFIN 37°CKATRERD (R KAFERHIEF) | FHE 1 oHEG=<E
BY;

4) mEFEN, AESRKEHAFEINEES, HHERT. BRERRESEIERINMEEERR
HRERNESIFNRSEFRRD, SLEEF, 1100 rpm ZEE0 4 DU EEMRS ;

5) BEER/INOIRE LS, BREEKRSERE 1 mL FtfseiEanE M EnmesER, Bit
BEES 4 mL T2EFRI0 125 cm? 1575 (E0& 6cm BIM) &, 5 LHMAIEEFIR. S5,
IR, BE 37°C. 5% CO2 (i EEEFHEIEH,

IR BOBEEESE T75 cm?#REL 10cm B9,

| Bl
1) MEEEMBEIKZE 80%-90%;C&ERIAIE.
2) BTMEIE: ERESEME DEREROE;

3) MEEELMBEIEML: A3 1xPBS (T25 cm?EZ#&HRFMNLA 2~3mL, T75 cm?tZ##R40 4~5 mL) %
RRE 1~2 R, DAXRBRFERIEFRNIME (MESEREEIHEIERT) ;

4) IMABR{AFRRORREE AR, BEASENEK 1, BREEAHERIEESRIHE, HiEahn
NIBEFAENES 1~2 o8 (BHEMLUEN, TESHEKESHE) |, SFEEHE TSR
DHETRIAMEE, R R R IEFRRNE XEMERER AR IEEW,;

5) 0N 2 (EIRESAFRNEEFRERILEW, HEWFTMIEEUR, [FRraMmetKikeE, (ER:
WEHER IR ER R, REAFTESE8RARFEL ESE. )
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6) A 10 mL BHELBAEREREWNESFARBLES, F—HURRMERAT LG HIREE—
2, MIERAEE PBS KiEsrMErARMIET R, —EIE SomLBOEDR. ZEETF,
HEFARIC,

7) 1100 rpm =EEO 4 28, BOE, FIASFALE, N2mlL ceiEnrEE25408E,

8) HREILEB—ERIERLLBIE, ENIRIB 1: 3 #HTER, EMBERKRIHIIEINEL
B, BHRER=IRERKH, FTESZE/IMENLLH.

£ 1 ARERBEFIMARBFRIIR

EFRYIRAS FREBIATR
6 FLAR 0.5 mL
T25 T mL
T75 2-3mL
T175 3-4mL

TR ATHER Cas9 BERRABAIRE, BEENITFAER.

| Eilobne

1) IRARERINTGE, ER2ENEEFRENERETHCERMEER, IIAEFERIER
N, FrE®RIAEREI—Z 50 mL BOE,

2) ABREVITRGIYS, B 20 plL #HTHMEIHEL

3) 1100 rom ZEED 4 00, BOE, FIAEFEELS, B 1~2 mL £GULeHAFRERA
8, BERIMNFEREEEZEES 1x10%1x10" NMAKE/mL,

4) BHRERE 1 mU/EFIDEREFFET, IBEST, AFENRRMGTERETR. ARi

ClRGTAR  FB7E:1400-688-9033 ZEHEL 855777 3210
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X, #E. FFEE,

5) BHFERET LCRSERFMEERS, FERFLARN 15 S NSRRI R NEE(T
SRR ;

6) 3%/, FRFAREEERAENRT.
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