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FRKRE | YC-C100-Cas9-H

MMpEEFR | HL-1-CAS9

MRS | BRAT4EARIERE, MREEARIE

SIE | TBXDE, Hygro

BRLh | 1: 2-1: 4

BEHEAZR | 90%DMEM+10%FBS

RERIRZ | 50%DMEM+40%FBS+10%DMS

FZGRE | H=250.0 pg/ml
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1) RT-QPCR
Sample Name Target Name Ct Mean ACT
HL-1-CAS9 Cas9 16.68845558
4.75841999
HL-1-CAS9 B-actin 11.93003559
HL-1 Cas9 31.03534508
18.67479229
HL-1 B-actin 12.36055279
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i _EEINTE HL-1-CASO 2L miank £, mB5E#EME Kras EREAY gRNA Gk, Z50% 48h [FEX pool 4REEHE AT
FIEE., AasSinntAERERIVE, BEURBTRETEIMSEEREBPENE, 5788 Cas9 %R
EBRYINZRIA.
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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.
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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) ,
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1) HRTIE: BaaBmia 37°CKARIN 30 9%, MEB R FINERMNEZTEY, %%
F|-80°CikiE, MEHDIMIERREIEL;

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,
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1) BHMEIKE 80%-90% CAEMAENR. EREAMIEEAMENE S REERERIL, A 1x
PBS (T25 cm?EZFHHRIARINA 2~3mL, T75 cm?IEZFHHRL 4~5 mL) SR 1~2 0%, LIE
BEAMEFRIIE (MESEPREOIHET) |

2) MNERARNBESER, BASEHE 1, RERETHERIT SR, BIE7EN
NEFHFEIE 1~2 5% (SMERLIEY, TESERFEE) | AERME TNEREAL
SITRANE, BRRAEEL T A RMINES, AR,

3) MO 2 (SBESARRIE SIEE RS I, FHRVGTHIEOR, (ERTamIStImE:; (e
WIS EERR, REFAASERRT LIRSS, ) |

4) 10 mL BREEBMAEERE—Z 50 mLBOES, E—HRNEEIUSHKEE—E,
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WIE R FEE PBS BIEFREALRAIEIE TR, —&EINE 50mL BOER, BELET, T
FRic;

5) 1100 rom ZEE O 4 2%, BUE, IAEFFLE, 12ml seiBAEE554E;

6) MREIZRR—ERIERILLBIE, ENRIRIR 1: 3 #HTIER, EMBERRRIHIIEINERLL
B, EMEER=IRERKH, AESgEIMERELH.

£ 1 AERBIEFIMNREBFRIIR

EFRYIRING BREBIATR
6 FLAR 0.5 mL
T25 T mL
T75 2-3mL
T175 3-4mL

TR ATHER Cas BEERAENRE, BERIFEIER.
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1) IRMIRERINTGE, ER2ENEEFRENMERETHCERMEER, IAEFRERIER
N, FrERAEREI— 50 mLEBELOE

2) ABREVETRGYS, B 20 pL #HTMeIHEL

3) 1100 rpm FBEL 4 98, BOGE, FIASEFEELS, B 1~2 mL 4GRS ERERH
i, FEEIINFEREEEZES 1x10%-1x107 N/ mL,

4) BERSKRE 1 mU/EHIDREFRFED, REET, HMrEMERMGTFERSMR. @i
X, HE. KMFEE;
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5) BRGERET A CONSNREFMERAT, FERFERN 15 S SRR ERE
SRR

6) IRjE, FAFAREBERIENRT.
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