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ABFRN EFERTSREERBIBFRIRE, LBRSHEEERARN 20991 MEE, HE5

84963 MEFREUA, FHUENERESE 4 1 gRNA BIREAR, 5F 1,000 M3fREAR(ES 1000 4

EEIEERERFS). SEERA YCS-LV001 828, 2 all in one #{KE%, AP gRNA 1 Cas9 EFEZE

EEAN AR LR, ATERIR(ER,
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FrRRiFE 84963 NEPREA (FARFFISHIM) |
BRRIR S, TESHIEE Cas9 Ia5erkRN o] BT BEi%;
A LB Puro B, BELMEETT AIERE RS TIHE;
RRATEERTRSEE, LREE={RSEERA.
* R ERRHAIERSaSEANE, 55 YK-LVP-05
¥0[m 20991 NEE, 81MEFEIZIT 4 1 gRNA;
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%;’I@Eﬁ% EF-1a core promoter
| sy
HIV-1 Y [RRE p— ‘ Iu
CMV promote_r‘: | PZA 13"LIR (&U3)|
X “m—{
SES|H YCS-LVOO1-F: ATTTCTTGGGTAGTTTGCAGTTT

YCS-LVO01-R: GACTCGGTGCCACTTTTTCA
PCR HFE&: 213 bp

RS4RI RO EE NGS JURFRIEY PCR HERYTIE, ¥ iBEMABREEENET

1= NGS WU,

it RIREITTASEARRAL, £ CNFRIRIE, BERE>99%, 19—{%<10,

| =i

—, "e8k

BENERA SRR, TR 293T Al (RHEMISHRSE% 293T, KS:
YC-A006) , 48 /M\Edak 72 /N\fEIE, iR4EIREDAERA, EFRIEE-80°CikiEaH.
=. EHE
1. BBFE S e ek

8 50 ng SZEERRAINNE) 25 pL #E4LaaER > 1019 cfu/ug FIEREERSS S, MAREIREREE (VNS
AT, BELREIA 975 uL EHEAE, BRIAERIEEESD, @EEEFIOA 1 mL
SHEFERRRS, §I8 1 ERE. B8 DRRIEOR, HHE 8 Sk, ETERK,

250 rpm, 37°CE&METEEFE 1 h,
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1) 15 8 EREFRAHE—, MHEL10 pL B 990 uL E7E7AEmRE. I 20 uL BmERR
110 cm RIS, 37°CiEFF 14 h, WIMAREZFHITITE, EREEERLL 40,000 XF
2.55 x 1077 MR 4 F—L184F, H/IVF 2.55 x 1007 MIFEEH.
*3E: EVETEEESRLL 40,000 AF 4.25 x 1077, LUFSIESZEE gRNA g9t9—14,

2) FREBFFHR 400 uL BHEEFINIRM, SHENRZY 40 MM, 37°CIRIET.
3PS

1) BERITEE 50 mL B,

2) BUERELSE WNEY (B) HITFRE,
4. RRAREY

RIEAIRINF R ABBIRENERL, #E7F QIAGEN, MACHEREY-NAGEL EATMNTRERER
FHREGRFIE (30: QIAGEN B9 EndoFree Plasmid Mega Kit)
=. XEEfsik
1.3 AR MOl R

ISERESEN MOI B EMIE, 81 MOI=0.3, 0.5, 1, 5, 10, 30, 100 (4BREICEER
30-50%) , BMEEFRIRE 2 1ML, B 48 I\ FRAVKEMA Puro #1THi%, HF=AA
e (RERSHNE) SR LIELILET. EREGTHEREIEN 30% (LEMHREELLFIA
30%) HY MOI EAN EmisLie IS Rk,

A5 MOI BRLHE AFEHEE | AlERESE
SCEG4H 1 0.3 2 N1 N1/M1
SCIG4E 2 0.5 2 N2 N2/M2
SCIG4A 3 1 2 N3 N3/M3
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SCIG4H 4 5 2 N4 N4/M4
SCIG4H 5 10 2 N5 N5/M5
SCI64H 6 30 2 N6 N6/M6
SM 7= 100 g N7 N7/M7
e = A= 0.3 FiS M1 --
b = = A 0.5 i M2 -
Zip=HH 3 1 7 M3 -
it HH 4 5 = M4 e
S| == ) 10 & M5 .
wim=H4HE 6 30 & M6 -
e == 100 & M7 --
=AA 0 B2 -- -
2. X iR RS T

OFAIEIRSHIAE

“MiEE = gRNA #& x gRNA BERE / 30% * gRNA BZ=E>500

mEE = fHigE x MOl

QR E—ITE RS 1BAE, FTEEEERS.

OEFAN RSB, & Puro B, 1SHRSM/ISERAMARAE. SLRAIMAE
RIZSHIATIE TSI, Thitian pIIRENSEIGHMNIRRAMEERE (EIIREAARDTF 4.25 x
1077 48, KA EERRIGMAE, BEAFRIZAREEXRT 541076) , BT -RNFE, XJE

SOAFNNTERLE gRNA #HITXIEL .

| ExraRrEs

IR CRISPR M ERFIAB A ERHBFREIRE. /NEEERE SR/
X, Bitbzsh, Rt CRISPR-KO, CRISPRa, CRISPRI = KEHIXENSIEER sgRNA XX
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