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ABFRNEERT/NEEERBIRBRRIRE, LR/NEEERFEARN 20611 MEE, HES

62804 NEPREUR, FEENEES 3 1 gRNABRRENR, 58 1,000 MIREAMRES 1000

EIEREFES). SCERA lentiCRISPR v2 528, 2 all in one A% %, BJ gRNA F1Cas9 &

RRERTHIF LR, ATERIRERA.
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BRRIRS, AESHIEE Cas9 TRl ikRN o] BT B ik,
KB Puro EE, RERMEEETRIERESRHITIHE;
FR O EEATRSEE, LRE=FRSEERESA.
* R ERRH SRS aEATIE, K5 YK-LVP-05
8@ 20611 NEE, 8MERIZL 3 1 gRNA;
1000 PJEE sgRNA (1000 MEEIFEEREF) .
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$TES | LentiCRISPRv2-F: ATTTCTTGGGTAGTTTGCAGTTT
LentiCRISPRV2-R: GACTCGGTGCCACTTTTTCA
PCR KE&: 213 bp

RS4RI FRFHOZEE NGS URFRIEY PCR HERYTIE, ¥ 1BEMABREAEENET

% NGS N,
fol a7 BIRBI T NSEEXIREA, 2-_RNFERIE, BE=E>95%, 9—1%<20,
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BENERNSE=RRSEEMEN, e 293T i (FHEMISRSER 293T, 5!
YC-A006) , 48 /I\adak 72 /NEtfEUE, WRAEFERIEIERA, BERMETE-80°CikiEH .,
=. [RRITI8
1. BB%E 3 e Bk

% 50 ng SCEERRIANEY 25 L B3> 1019 cfu/ug RUEBEERSEA, TR RRE (RIS
oA TEESE, HEELAWRENNA 975 uL EiERE, BIARBIEIERES, REEEFIA 1T mL
SHEFERRKRS, 6 1 BB, 58 LMRETIR, HHE 8 EBETY, ETERK,
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250 rpm, 37°CEMETEEFRE1h,
PR B NS E S =]

1) 1% 8 EREFYRAE—, MHEL10 pL B 990 uL E7E7AEmRE. I 20 ul BmERR
510 cm EIEFRI, 37°CiEFE 14 h, SWMAPREZEFHITITE, SEEEESRLL 40,000 XF
1.88 x 1077 NaJ4rse F—2L184F, &/NTF 1.88 x 1077 NFEREM,

*E: BNEEHERLL 40,000 KF 3.14 x 1077, LUMRIUESZE gRNA B9 —14,

2) FREBFFYHR 400 ulL BHREEAFIIRM, SHENRZY 40 MM, 37°CIRIET.
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

A MOI BELE WitEHEEE | AiEEREE
SCIG4H 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
SCIS4H 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 & 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 = fiEE x MO

QR L— B KRR ET IBAE, FESEERS.

OfERNERSRERIAIE, & Puro Alka, KRS MASIRBIXIRAE. SLIRENNE
RIZSHIHATIE TSI, Thitian pUIIRENSEIGHMNIRRAMEERE (EIIREAARDTF 3.14 x
1017 40RR,; SEIR/AWTENERRIRAIE, EAFRIAIEEEXT 3*1076) , BT _RNFE, XJE
IG/BFOXIERLE gRNA FITIIEE DT

| ExrarEs

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