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ABPRM EEERT AN EHRE R ERRIERRFOLE, BRAMEERERRN 983 MEE, HE
& 9830 PERREAR, XY NEREER 10 1 gRNA BFREAR, 558 100 MIREIR(ES 100 748
MAFEERFS). XEEXRA YCS-LV003 &28, 2 all in one #{AZ %, BD gRNA F1 Cas9 EEZHE
E AR LAY, ATEREER.
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FEmRFE 9830 MEBREMN (FAFTIZHI)

BRRIRS, AFETHEE Cas9 FbEiRRInT B MO it
HiK EH Bsd ERF, REAREF AREERERHITIRSE
R EEATRSE%, EREF=(URSEREL.

* EFERRAEESRSERANE, 85 YK-LVP-05

¥8[ 983 NERE, HFMEEIRIT 101 gRNA;

100 PNXHEB sgRNA (100 MEEIEREFES)
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BREE —_
(3" LTR (AU3)
TES | YCS-LV003-F: ATTTCTTGGGTAGTTTGCAGTTT

YCS-LV003-R: GACTCGGTGCCACTTTTTCA
PCR KFE%: 213 bp
EIRS |¥raT FBFCLE NGS MUFFRIRY PCR RERY I8, ¥ EBEM FERELERDTT

% NGS N,

7Rt RIRBTASEARRA, 2"RNFRIIE, B=E>99%, —H<10,

| =m@mitms

—. RSaE

RENERNSE=(URsaEmn, Tt 293T Al (RHEDISRKRSELE 293T, KE:
YC-A006) , 48 /I\adak 72 /NEtfEUE, WR4EFERIEIERA, EERMETE-80°CikiE .,
=. [RRHI8
1. B8 FEJRAL

5 50 ng SCERRRIONZ 25 uL #4382 1019 cfu/ug MIBBFERSEZSH, MR (EINS
oA TEESE, BRI 975 uL EiERE, BIARBIEIERES, REEEFIA 1T mL

SNEFERXRS, B8 1 ERE Y., B8 LRME=IR, HHE 4 EBEY), ETER,

EEME:855777 3210
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250 rpm, 37°CEMETEEFRE1h,
PR B NS E S =]

1) 54 EBEFYREE—R, MFEL10 pL B 990 uL E757AEmRE. I 20 ul BmERR
510 cm EIEFRI, 37°CiEFE 14 h, SWMAPREZEFHITITE, SEEEESRLL 40,000 XF
2.95 x 1076 METREE NF—2484F, H/IVF 2.95 x 1076 MFEMH,

*E: BNEEHERLL 40,000 KAF 4.92 x 1076, LURIESZE gRNA A9g—14,

2) FREEFFHZ 400 uL BHEEFINIRM, SHENRZY 20 MM, 37°CIKIET.
3 BRAX TS

1) BERIEER 50 mL BOER,

2) BUERELS WY (B) #HITIRE,

4. JRRAZEY

RIBEAIRIAFIERIRBEBIREE L, #7F QIAGEN, MACHEREY-NAGEL SEATIMERSER
FHREGRFIE (f0: QIAGEN B9 EndoFree Plasmid Mega Kit)
=, XFETFE
1. X EHERER MOl IR

IRERESEN MOI BEREMIE, 11 MOI=0.3, 0.5, 1, 5, 10, 30, 100 (BEECAERN
30-50%) , BIMBEFIRE 2 ML, BER 48 /N\HER TRINRENA Puro #H{706iE, F=HE
e (REYRSHE) SRt TIFLIELAT, ERATHEREIERN 30% (LM ELLEIA

30%) B9 MOI {ES FElbieSEInAIm S R

A3 MOI BELE wisRMEE | BiHRESEA
SCI64H 1 0.3 2 N1 N1/M1
SCUG4H 2 0.5 2 N2 N2/M2
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SCI64A 3 1 2 N3 N3/M3
SCIG4H 4 5 2 N4 N4/M4
SCIG4H 5 10 2 N5 N5/M5
SCI64H 6 30 2 N6 N6/M6
SCIG4R 7 100 2 N7 N7/M7
AFETEHE 1 0.3 S M1 -
@i H4A 2 0.5 7 M2 -
@it H4AE 3 1 ) M3 --
Wit H4AE 4 5 & M4 --
AFETEHHE S 10 & M5 --
Zip=HH 6 30 7 M6 -
b == 100 7 M7 -
=H4A 0 2 - i,

2 N PR RS T

OFAIEFRSHIAE

“HfiEE = gRNAEE x gRNABEE /30% * gRNA EZ=E>500

mEE = fEE x MOI

QR L— B KRR ET IBAE, FESEERS.

OERNERSRRERIMIE, £ Bsd &, S4B A /ASLIGEMIIIRE. SLIWHEMABR
A TIES L, THikED BRI AMNSREMEERE EINIRERDT 4.92 x 1016
MHRE, SCINAWENEERIRAE, EATRIAREEXT 171076) , BT _RNFE, XJLRd

FOxSHBZE gRNA TS DT,

| ExrarEs

IR CRISPR M ERFIAB A ERHBFREIRE. /NEEERESR/ AR
N, BRICZSh, IRHIARHL CRISPR-KO, CRISPRa, CRISPRi = XEHNENSEE sgRNA XX
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