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ABFRN EFERTSREERBIBFRIRE, LBRSHEEERARN 20991 MEE, HE5
84963 MEFREUA, FHUENERESE 4 1 gRNA BIREAR, 5F 1,000 M3fREAR(ES 1000 4
wBEIFERFS). SERA pXPR 050 B28, EWETHEMAERS, {N3RIA gRNA, M Casd BEER
R8Ik E, FEEER.
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FEERRBTR EZ-editor™ FHza BRI BRPRE

FmRs LIBR-VEOQO1-P

FrmiFlE 84963 MREFREUA (FAFTISHIE) |
XURRIRSE

A LA Puro ER, RBREETAERERHITH
R EEATRSE%, EREF=(URSEREL.
* EFERRAEESRSERANE, 85 YK-LVP-05
¥8m 20991 NEE, §1MEEIRLT 41 gRNA;

1000 PNYER sgRNA (1000 NMERFEERERFS)
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BLREE

[3"LTR (Delta-Uz)
WRRE
|EF-1o promoter| PFuro
[CRRT/CTS
(HIW-1 9
IS"LTR (truncated])
RSV promoter,
BSES Y pXPR 050-F: ATTTCTTGGGTAGTTTGCAGTTT

pXPR _050-R: GACTCGGTGCCACTTTTTCA
PCR KFE%: 213 bp
EIRS |¥raT FBFCLE NGS MUFFRIRY PCR RERY 8, ¥ BEM REREEERDTT

% NGS N,

i RIFRETASEARRAL, 2" NNFRIGIE, BERE>99%, 9—4<10,
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BANERNSHE=RSEREmN, el 293T Al (FRHEWIERSEL 293T, KE:
YC-A006) , 48 /M\ad=k 72 /NedfEUWeE, 4EERIEIER, EFHRMEE-80°CikiEaH .,
=. [RRHI8
1. B8 FEJRAL

& 50 ng SZEERRAIINE 25 pl #4322 1019 cfu/ug KBRS S, MRREIRAREE VNS
FOA(TEREE, BEAREIA 975 uL EHEFE, BROHEBIIERES, AEEEFMIMA 1 mL
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SHEFERXRSY, §5 1 EREr Y. &8 LAERME=IR, g 4 S8, ETERK,
250 rpm, 37°CEEFTEEF 1 h,
2 H I LS SRR R

1) % 4 EREFYRSE—H, MHEL10 ul A 990 uL SRE7ERRE, B 20 UL KR
0 10 cm HEIESRIN, 37°CIE5% 14 h, WIMFHETZRHTITE, BEEELETRLL 40,000 XF
2.50 x 1077 WeT4ps ™—2484E, FH/VF 2.50 x 1077 MIFEEEHL,
*3E: BVEEHETRLL 40,000 XF 4.00 x 1077, LUMFRIESZE gRNA H939—14,

2) FIFREBEFHZ 400 uL BHREREFILRT, SHENRLY 20 MM, 37°CGI&iEH.
3 EANF=IIEE

1) EERIEER 50 mL BihET,

2) BUERELE Wt () #HITHRE.
4. [RRHZEY

RIEAIRIRFI BRI BIEEEH, #7F QIAGEN, MACHEREY-NAGEL £ \ENTHRSER
FAREGRFIAE (80: QIAGEN A EndoFree Plasmid Mega Kit)
=. XFEEfGi%
1. X EEARRERER MOIHRER

IREAREEER MOI RERSZEE4RRE, 40 MOI=0.3, 0.5, 1, 5, 10, 30, 100 (‘BREiCEER
30-50%) , BIMBERIRE 2 ™ML, B 48 /MIEIETRIVIKENMA Puro #170HEE, F=B4A
e (RERSHNE) £3RETIELILET. ERGHEREEN 30% (LEMMREELLFIA

30%) B9 MOI {EN FElbieSEInAIm S R

B3 MOI BEAH ATFRMARE | ARKEFREILA
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SCIG4A 1 0.3 2 N1 N1/M1
SCIG4E 2 0.5 2 N2 N2/M2
SCIG4A 3 1 2 N3 N3/M3
SCI64E 4 5 2 N4 N4/M4
SCI64A 5 10 = N5 N5/M5
SCI64H 6 30 2 N6 N6/M6
SCI64R 7 100 B2 N7 N7/M7
wim=HA 1 0.3 & M1 1
wissH4A 2 0.5 & M2 --
AFETEHH 3 1 S M3 --
@it H4E 4 5 B M4 --
Zim=H4HE 5 10 7 M5 -
LB HH 6 30 7 M6 -
Pl E = 100 = M7 _.
=RA 0 =] -- -

2. X RS BRI
O\ RSHIAER
HHEE = gRNAZE x gRNABEE /30% * gRNAEZE>500
mEE = HiEE x MOl

QIEHE F— I E RV EY 18R, HEREERS.

OFEFANEFRSRFRENAN, £ Puro AiffE, SRS K ASERAEFNIEEAE. SLRAEIMANE
HZSYI T EA TG, THikEo s RECE AT RAMEERAE (EIIRERDT 4.25 x
1077 4hi; SCIANENS SRR, BEAFRIAREELRT 541076) , T —_HNFE, Xk
IGYEFNXTERZE gRNA HHTXIELHT,
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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
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