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EZ-editor™ Lin A3 miRNA-CRISPR Bi& 2 EiHIBH

| ==@n

ABPREEEART A miRNA JIBBRAFEIE, $EEA 1594 4 miRNA, HE3 8382 PEkRE,
K, SOENERESB 51 gRNABBRER, 55 1,000 MIEREAE S 1000 NMEEIFEEF
H), PEERFE pLX-sgRNA 828, EXURHEIARRS, {N3RX gRNA, [ Cas9 ERZEESZ— &
K E, REERR,

| =s=m

FEEREER EZ-editor™ Lin A2 miRNA-CRISPR B8
RS LIBR-H025-P

FEmRFE 8382 MEBREMN (FAFTISHI)

XURRIRSE

HiK EH Bsd ERF, REAREF AREERERHITIRSE
R EEATRSE%, EREF=(URSEREL.
* EFERRAEESRSERANE, 85 YK-LVP-05

¥8[M 1594 MEE, S1MERERIT 51 gRNA;

1000 PNYER sgRNA (1000 NMERFEERERFS)
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BIRENE -
3 LTR {aU3)
gRME scaffold
(U8 ramater
[EPPT/CTS)
BSD |
hPGE promoter |
HIV-1 W RRE |
S'LTR {truncated)
IRSW promaoter| I
ooo:} m TEEE DR + s @
BES Y pLX-sgRNA-BfuAl-2k-F: ATTTCTTGGGTAGTTTGCAGTTT

pLX-sgRNA-BfuAl-2k-R: GACTCGGTGCCACTTTTTCA

PCR FE&: 213 bp

RS4RI FRFHOZEE NGS URFRIEY PCR HERYIE, ¥ 1BEM A EREAEENET
1% NGS MR,

it RIREITTASEARREAL, £ ANFRIRIE, BERE>99%, 19—{%<10,

| =i

—, mea%
BENERNSE=RASELEMN, HEH 293T Mg (RHEMISREEL 293T, 85!
YC-A006) , 48 /M\Edak 72 /M\fEIE, iR4EISEDAERA, MEFRIEE-80°CikiEa.
=. [ERiE
1. B ¥R S EERTRL

¥ 50 ng SEERTRIONZY 25 pL 384030 > 1019 cfu/ug RIFBAEREZET, iBIEiRFEE(GENS
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#ogtiTERs,, BTSN 975 uL EAERE, ROHEBIERSS, WERSEFMA 1 mL
SHEFRERRRS, 151 88y, B8 LIMRMEIR, HEIE 4 SBETY), BTRRK,
250 rpm, 37°CEMEFTEEF 1 h,
2 BN SR AR R

1) 5 4 EBEFREE—, MFEL10 pL A 990 L SEHEFAERRE. B 20 uL KRR
510 cm SHEEESRIL, 37°CHE5% 14 h, MWIMPAIESSHITIHE, BEEHERLL 40,000 XF
2.51 x 1076 MIAT# 4L F—#84F, H/TF 2.51 x 10”6 NIFEH.
*E: ENEREEETRLL 40,000 AF 4.19 x 1076, LUFRIESIE gRNA H98—MH,

2) FIREREF=YpEFPE] 4 R 500mL LB+Amp HiRtEFEH, 225rpm, 37°CHEFF 16h,
3 EANFHIIEE

1) EERMEER 50 mL BihEh,

2) BUEFELS, Wi (8) #TRE.
4. [RRIHZEY

RIEARAX &R EBIREERL, #7F QIAGEN, MACHEREY-NAGEL S TINEREER
FHREGRFIE (30: QIAGEN B9 EndoFree Plasmid Mega Kit)
=. X%
1.3 AR MOl HEER

IRERREEER MOI BRI, %01 MOI=0.3, 0.5, 1, 5, 10, 30, 100 (‘AMEiCEER
30-50%) , BIMMBEFTIRE 2 ML, B 48 /MIIEIETRIVKEMA Puro #1706E, F=B4A
4HRE (CREYRSHVMIE) £ IELAT. ERATHERERME 30% (tEHIEEELLEI

30%) B MOI 1B EElmideSCIn AU B .
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A5 MOI BEATE AFEHEE | AltEEEE
SCIG4H 1 0.3 2 N1 N1/M1
SCIG4E 2 0.5 2 N2 N2/M2
SCIG4H 3 1 g N3 N3/M3
SCI64E 4 5 2 N4 N4/M4
SCI64A 5 10 2 N5 N5/M5
SCI64H 6 30 2 N6 N6/M6
SCIG4R 7 100 2 N7 N7/M7

A EHE 1 0.3 & M1 --
wimT=HA 2 0.5 & M2 -
sz H4E 3 1 Py M3 -
Sl == 5 Py M4 -
S i = FA= ) 10 Py M5 -
wim=HHE 6 30 & M6 -
Pl E == 100 = M7 _.

=H4HE 0 2 - .

2. X ETR S R

O AR SHIAER
“HfEE = gRNAZE x gRNA BEE /30% * gRNA BE=E>500
WEE = HiEE x MOl
QRIR E—SIEHRNAREYT 1SR, HERRERS.
OEFANEFRSRRENAN, 2 Bsd &5tfE, KBRS MATRAEIIERAE, TIEMNBR
AYITIERD L, THEED BIRBECINAFXRAMBERSE (EIGIRERDTF 419 x 1016
AR, SCRAEWENEIRIRMNE, ERFAAREREART 1*1076) , HT_KNUFRE, XEWRAH

FOxSHBZE gRNA TS DHT.
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IR CRISPR MESTERTIIAE AL ERHBRREIRE. /NE2ERE R/ TR
N, RRibzoh, JEHIEIRA CRISPR-KO, CRISPRa, CRISPRI ZKEHISENDIEE sgRNA X
FrrgEElmestix. Mg, i, SEENFMNERESTE TR, SMIHAIUH

ERFRAER!
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