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A% CRISPR GiFREE-RIT, EREXFEERIBH

I g
AR EERTYAL. BERXEENHR. 82 31,324 4 gRNA, #8H 3,015 4

BR. EXRA pMCB320 528, EUERAEMFRS, (NRIA gRNA, FEES—RIA Cas9
ERRVAGER.
1 BixER

FEEAFR | A CRISPR BfRE- AL, fEEME
FeEm5S | YKO-Libr-HO11
FmiFEE | 31,324 1 gRNA BFRER (FARFFISHIE) |
XK R RS,
x5 mCherry E2EF0 Puro BE, RS RIERERIH TS
FRAEEATRSE%, LEF=HRSEERS.
* HEFERRFEMERSESARIR, 1S YK-LVP-05
8@ 3,015 NER, MEREIRIT 10 1 gRNA;
750 NEREFRXIAR gRNA;
750 N LEEHR gRNA,
L1 [e——— —
(S . {RRE} {] EFtAPromoter >4 Purok =G = WPRE o
BES54 | pMCB320-F: CAGCACAAAAGGAAACTCACC
pMCB320-R: GCCTAATGGATCCTAGTACTCGAG
g | BRRTASEARRAL, 2 ”RNFSIE, BEE>99%, H9—4<10.
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I P anf{EFiER
—. REa%E

BANXERRSE=UREERENL, HEEAuH 293T i (FHEMIERSEE 293T,
55 YC-A006) , 48 /Netak 72 NIfEWE, ik4EIGRIEIER, MEFRMEE-80°CikiEH,
=. Ehi#g
1. EBRR S RHL

BY 25 ng STEERRAINNZI 25 uL #38ER>10° cfu/ug FIFBEERNEAST, 1RABFRL(ERIN
SEHITEYE, BEREHRENA 975 uL SHEAE, BRYAERIEEES, mEREEHM
A 1 mL EREFERRES. B8 DIREMEF—IR, HHIE 2 EEEY, ETHERK, 250 rpm,
37°CEMHTIEFR2 h,
2. T IEN FEEAIFECERITE

1) 15 4 EREFYIREHE—RE, MFEL10 pL 990 uL E5EFERRE. 20 uL
RS 10 cm HEISFIL, 32°CHS% 14 h, SWIMAPHESSH TS, EEEHERI
20,000 AF 1 x 10° MATHEET—H124E, BVF 1 x 10° WFEEM.

2) FISEBEEFYIIEFE] 2 3R 500 mL LB+Amp HEIAEFES, 225rpm, 37°CiEs% 16
h,
3. B

1) BERIEER 50 mL BOE,

2) BUOERELSE, XN (&) #HTRE,

4. BRRIZEY
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RIEAIRR 2R BIEEER, #7F QIAGEN, MACHEREY-NAGEL &SI H

SEFAERRFIR (20: QIAGEN Y EndoFree Plasmid Mega Kit)
=. XFEFiE
1. MERaERIX Cas9 HIAIEER
{EFAIXU BRI BPR S EE R R AT Cas9 Rie4l R, IRH AR Hygromycin #1

Blasticidin FEf#ERY Cas9 w55,
2. infect MOl #EZ

B ERsmRBERARSBE, W1 MOI=0.3, 0.5, 1, 5, 10, 30, 100 ErEHAIH
8 (HEREICEE 30-50%) , B MBEFIRE 2 ML, B 48 N\ SR TRINRENA Puro
HHTIHR, FFEAEME CRESYSSIAR) £ TELLT. SRS RETEtLHIA
30%HY infect MOI {EAS i sLia AR S R (SXBFHY MOI=0.3 ChR 218 30%

MRS R AR S E) .

iz h]l MOI ERHH HitEMHEE Bisatmattfl

SCIR4A 1 0.3 2 N1 N1/M1

SCIG4H 2 0.5 2 N2 N2/M2

SCI64H 3 1 2 N3 N3/M3

SCI0H 4 5 2 N4 N4/M4

SCI84A 5 10 2 N5 N5/M5

SCI64H 6 30 2 N6 N6/M6

SCIG4H 7 100 g N7 N7/M7
B ==l 0.3 & M1 —
7S H4E 2 0.5 e M2 —
7= H4AE 3 1 & M3 —
Bt a4 4 5 & M4 —
B =Ez ) 10 & M5 —
#is=H4H 6 30 S M6 —
Esiaes == 100 E M7 —
= 0 2 — —_—
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3. XERSRERITE

O AR RSHIAE

RNA 2{&2 x gRNA B=E
g E = J 30:‘,1) * gRNA 2> 500

mEE= iEE x infect MOI

QR F— It EHRNMREEYT 184E, FESREERS

QAN ERSRRENG, &£ Puro Z4iHS4HiES Ak /ISCIHFINTRRAE, SCHZENN
NBEBZYRHATIEDTEE, FHEEE 1.5 x 10" MARREREREHIT_ANFE, IsLIEF
XFHBLE gRNA HHTITEL ST,
I X MRS

IFHAEY) CRISPR MM ERTIAB A ERHERFNEIRE. NEEEEBR/R

RIBPSSI e, BRIbZAh, TRFHAIRML CRISPR-KO, CRISPRa, CRISPRI = KEHIXENSE
£ sgRNA M EMREFS . MigiER. ik, SBENFEES1TEF—ubzlRSS,
SR A B RERAEK!
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