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pLenti-U6-gRNA-Cas9-P2A-EGFP-Puro&Zeocin

] 77 i AL TR f13%
D8303-1pg pLenti-U6-gRNA-Cas9-P2A-EGFP-Puro&Zeocin lpg
D8303-100pg pLenti-U6-gRNA-Cas9-P2A-EGFP-Puro&Zeocin 100pg

GRiE AT :
pLenti-U6-gRNA-Cas9-P2A-EGFP-Puro&Zeocin & 25 7 K [ 47 #F & 1 FH T J5 18 Hhu4di A\ #E 1) H f43% [H] ffsgRNA (Single guide
RNA) {8 F| CRISPR/Cas9 7 [X g (Gene editing) 7 Gt #E AT 3 R G (R TR o AN JSRE 2 1A % (4.1 B I EGFP (Enhanced green
fluorescent protein)ff T~ W 5% 4% Je R sl B UL 3 IR, [FIBT 4575 T PuroHiME Al ZeocinBih: (Bleoi 1), 518 J5 82347 £ Tu & ali 1
TR E AR (R T %k . A TR LE SR AN BE 1] F L P RIsgRNA S, T DAL RE 85 e i B kAT R DX 4, R TT DT T A0 1
B S AN M B2 S AT R
299 8 (Lentivirus) & LAHIV-1 (NS G e 189005 5 ) A F il R R R MR B Mk R Gt . "B e v Aol I 1 66 18] (B 3 ol
JF A /NRNA) NS PI s N 1 JEAR AN A s 4t i R o A8 B0 T VA, 6 o R AN R o AN s B kR T, T
DA SIS R B A B A B0 R etk b, NITIA B FF AMERIE, B2 N 20 & A i R 2 R i RIA . RNATHE.
microRNARF 7t LA R GRS S 56 1 [1-3] AMRIR B 8k 3HT T 2 7 i suiss, MBR 71899 8 46 0 o M BUR 2R R, IR{E
BRJERIW TR L T AREMAE ), e RKIEA, FHaeH A m s R R IE R . AR AT LRIpCMV-VSV-G
(D8215)LA K pCAG-dR8.9 (D8216)L £ FI kA7 12955 25 1 .3
AJF R4 BsmBI (CGTCTC(1/5)M MR HilHAZ IR A VI BIH L /5, DIBRERE thbs s B filler, 801 F 0 PR ) 455 i ZE TR () sgRNA
JFHNGIAR K5 T R U AL R BOE BB 8 b, ok e A 2 BSORE 92 P FH T 22 TR w88 P DR 7 o
AR B T ANJRAL R S ER i Cas9 (Humanized S. pyogenes Cas9, hSpCas9). hSpCas9S& —FhGEAEsgRNA] 5] 5 T 1) #|
KEEDNAM IR N VIEE . TEsgRNARIGI ST, Cas9Byy)5: FIBA7 7= A WEEDNAWT R, /54l EDNAB R SR+ &5
SRR AR AL AL RN . BBRECE 4, AT AT REP= AR FE G A8, FEH MR R RAZ . BT IsgRNA 1) 2 KT BEAT A1
AENT PRSI 5 v B4, 3t e B8 W BT U () 25 R bR o A TURE H PEhSpCas9 I CH s I 1 4% %€ f745 5 (Nuclear localization
signal, NLS), REBAT R0 fRhSpCas9 e 7 EANMIAZ, AT A 25H e 5 IR G 6 200
A J KL 2 3K [ Cas9t A Flaghs 25, 7 il i Flag$i /& (AF0036/AF5051/AF519)k Ml Cas9f) 3 3% . [7] I A< Jif ki 1 Cas9-Flag il
EGFPZ [8liEidP2AER;: . EGFPLCas9-FlaglA il #1i%, v LEIURMEAISEETEE, v DAY BRI N I8 % (8 5 i 22 5
A JFRE ) 2R A 1 (L), I HL AR A IR QA A o SR BHPE AN . P2AE — AN AT DU ER AR D B A 194 2 TR Bk
(ATNFSLLKQAGDVEENPGP)(#] “ FBIY)” /MK (HSEBRITEEFE AL KA B BIY), 12 A A% i A Bk P2 A %62 A TG A4 C i
{10 2 TR R e S R IR B 1 & T R AE . A T BQRAF I AR i W= 53 1 . Ll Cas-Flag I Clii 4 23 s N — S8 45 1
HIP2A5% E(GSGATNFSLLKQAGDVEENPG), 1M Fiif & H BN & B BN EAR . fEP2ARK NG IIANGSGF 41, W]
Tl ATl

Brightfield EGFP

1. 28 % KpLenti-U6-gRNA-Cas9-P2A-EGFP-Puro&Zeocin /i i {# F Lipo8000™%% JL ik 7711(C0533)%% Y293 T4 i & 1 3 iE 3L
R AMAZIE R, AR .

AR R 7 8 3 (Ampicillin). 04 2 3% (Puromyein) F ¥ 38 2 (Bleomycin)Bi k. 72 KM T i S OUGU 5 8 i
AL Gl AL AN )5, AT Puromycin Dihydrochloride (MEMSEEE) (STS51)8# Zeocin (I3 K) (ST1450)fiE %
e, e B e B 4 L A

pLenti-U6-gRNA-Cas9-P2A-EGFP-Puro&Zeocin/Fi #i(15590bp) 1 3 41 T
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> pLenti-U6-gRNA-Cas9-P2A-EGFP-Puro&Zeocinfi i 1) 3= Z5 BN F

Feature Nucleotide Position
CMV promoter 1-199
5'LTR (truncated) 217-397
HIV-1¥ 444-569
RRE 1062-1295
cPPT/CTS 1822-1939
U6 promoter 1990-2230
filler 2235-4119
gRNA scaffold 4120-4195
EF-1a core promoter 4257-4468
Kozak sequence 4487-4496
Cas9 4493-8596
nucleoplasmin NLS 8597-8644
FLAG 8645-8668
P2A 8678-8734
EGFP 8735-9451
PuroR 9452-10048
WPRE 10064-10652
Factor Xa site 10535-10546
3'LTR (AU3) 10724-10957
bGH poly(A) signal 10989-11213
f1 ori 11259-11687
SV40 promoter 11701-12030
SV40 ori 11881-12016
EM7 promoter 12078-12125
BloeR 12144-12518
SV40 poly(A) signal 12648-12769
M13 rev 12818-12834

12842-12858
12866-12896

CAP binding site 12911-12932
ori 13220-12808
2/7 D8303 pLenti-U6-gRNA-Cas9-P2A-EGFP-Puro&Zeocin 400-1683301/800-8283301 % K/Beyotime



AmpR

AmpR promoter
CMYV enhancer
> pLenti-U6-gRNA-Cas9-P2A-EGFP-Puro&Zeocin I VE 4 B IE U
hU6-F primer
[U6 promotor

1981

2031

2081

2131

2181

2231

2281

2331

2381

2431

2481

2531

2581

2631

2681

2731

2781

2831

2881

2931

2981

% R/Beyotime  400-1683301/800-8283301

TAAGGTACCG
ATTCCATGGC

ATACAAGGCT
TATGTTCCGA

AGATATTAGT
TCTATAATCA

TTTGCAGTTT
AAACGTCAAA

AACTTGAAAG
TTGAACTTTC
BsmBI
GAAACACCGG
CTTTGTGGCC

TATTATATTC
ATAATATAAG

ACTTTAGTAT
TGAAATCATA

ATAAAAATGA
TATTTTTACT

TTCTTCACCT
AAGAAGTGGA

CTCCTGCTTC
GAGGACGAAG

GCTGCTTTAA
CGACGAAATT

ATCTTCAAAT
TAGAAGTTTA

ATTCTAATCC
TAAGATTAGG

TTTGTTAATA
AAACAATTAT

TGCTTTTTTT
ACGAAAAAAA

CTTTTAATGC
GAAAATTACG

TTAATTGCTT
AATTAACGAA

TAGAGGAAAA
ATCTCCTTTT

ATTCTTTACA
TAAGAAATGT

TCAAATTCAA
AGTTTAAGTT

AGGGCCTATT
TCCCGGATAA

GTTAGAGAGA
CAATCTCTCT

ACAAAATACG
TGTTTTATGC

TAAAATTATG
ATTTTAATAC

TATTTCGATT
ATAAAGCTAA

AGACGGTTGT
TCTGCCAACA

TATGACCTTT
ATACTGGAAA

CAATAATTAG
GTTATTAATC

GCAAAATAAA
CGTTTTATTT

TTAATAATAG
AATTATTATC

AATCATTTTT
TTAGTAAAAA

CTAAAGCATT
GATTTCGTAA

GTTGCACCTG
CAACGTGGAC

AGCTTCAACA
TCGAAGTTGT

AACAATTTTC
TTGTTAAAAG

ACAGCTTTCA
TGTCGAAAGT

ACCAATATTT
TGGTTATAAA

CAGAAACTTC
GTCTTTGAAG

CCTACAACAT
GGATGTTGTA

ATAGCTTGTT
TATCGAACAA

TTGCTTCATC
AACGAAGTAG

|

TCCCATGATT
AGGGTACTAA

TAATTAGAAT
ATTAATCTTA

TGACGTAGAA
ACTGCATCTT

TTTTAAAATG
AAAATTTTAC

TCTTGGCTTT
AGAACCGAAA

AAATGAGCAC
TTTACTCGTG

ATAAAATCAA
TATTTTAGTT

AATTTTTATG
TTAAAAATAC

AAAACGCTAG
TTTTGCGATC

CTACTCCACC
GATGAGGTGG

TGAGCATCTT
ACTCGTAGAA

GTCTTTAACA
CAGAAATTGT

ATTTTGAAAA
TAAAACTTTT

GCTATTTCAC
CGATAAAGTG

CATAATACAT
GTATTATGTA

TGTCTTCTAA
ACAGAAGATT

AATACCATAT
TTATGGTATA

GAATGCTTTT
CTTACGAAAA

TTGTTATTCC
AACAATAAGG

CAATATGAAT
GTTATACTTA

ACATAATTGT
TGTATTAACA

CCTTCATATT
GGAAGTATAA

TAATTTGACT
ATTAAACTGA

AGTAATAATT
TCATTATTAA

GACTATCATA
CTGATAGTAT

ATATATCTTG
TATATAGAAC

ACAAAATACA
TGTTTTATGT

CCAAAATCTT
GGTTTTAGAA

TTCCTTTTTG
AAGGAAAAAC

TTTTAGTAAC
AAAATCATTG

ACTTGTTCCT
TGAACAAGGA

CAAATGTTCT
GTTTACAAGA

ACTGACTTCA
TGACTGAAGT

TCCTGTTGAT
AGGACAACTA

AAGCTTTCAT
TTCGAAAGTA

TTAACAACAT
AATTGTTGTA

AACTAATTCA
TTGATTAAGT

CAATTTCTGT
GTTAAAGACA

GTAGCTGTTG
CATCGACAAC

TACATTTGTG
ATGTAAACAC

TAACACAAAC
ATTGTGTTTG

TTAATTTCAG
AATTAAAGTC

D8303 pLenti-U6-gRNA-Cas9-P2A-EGFP-Puro&Zeocin

TGCATATACG
ACGTATATGC

GTAAACACAA
CATTTGTGTT

TCTTGGGTAG
AGAACCCATC

TGCTTACCGT
ACGAATGGCA

TGGAAAGGAC
ACCTTTCCTG

CATGCTAAAA
GTACGATTTT

CTTTTTAATA
GAAAAATTAT

CAAACTTTTA
GTTTGAAAAT

TCGCGTTGTT
AGCGCAACAA

AAGCGGTCAG
TTCGCCAGTC

AACTCCACCA
TTGAGGTGGT

TTAGTTTAAC
AATCAAATTG

GTTTTAACAA
CAAAATTGTT

GATTTCTTCT
CTAAAGAAGA

GTGATCCAGC
CACTAGGTCG

TAATTTTTGT
ATTAAAAACA

TGCACCATCT
ACGTGGTAGA

TGCATGCACC
ACGTACGTGG

CCTTTTAATA
GGAAAATTAT

TGTTGCAAAA
ACAACGTTTT

CTTTCGTAGC
GAAAGCATCG

13979-14839
14840-14944
15210-15589
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3031

3081

3131

3181

3231

3281

3331

3381

3431

3481

3531

3581

3631

3681

3731

3781

3831

3881

3931

3981

4031

4081

4131

ATCTTGTTTT
TAGAACAAAA

CTCCTATATA
GAGGATATAT

TAACTTTAGC
ATTGAAATCG

AGTTTAGGTT
TCAAATCCAA

TAAATAAAAT
ATTTATTTTA

TGTAGTCTTC
ACATCAGAAG

GTTGCTCTCA
CAACGAGAGT

TGGTTTAAAA
ACCAAATTTT

TAAATAAATC
ATTTATTTAG

AATCAAGCAG
TTAGTTCGTC

TCTAGCTGAG
AGATCGACTC

CAAAATTTAA
GTTTTAAATT

TTAAATCCAG
AATTTAGGTC

GATTCTATCA
CTAAGATAGT

TTTTTGGAAT
AAAAACCTTA

AAAATTGGTC
TTTTAACCAG

TTTTATTGCC
AAAATAACGG

TATCTGCATC
ATAGACGTAG

TCAAATTCTG
AGTTTAAGAC

TGCATGCTCT
ACGTACGAGA

TTGGGGTAAA
AACCCCATTT

AAATCTTTTT
TTTAGAAAAA

AGAAATAGCA
TCTTTATCGT

AATAATGTGT
TTATTACACA

TTCATTTTTA
AAGTAAAAAT

GTTTTGAACA
CAAAACTTGT

CAGTTCCACT
GTCAAGGTGA

TTTAGTAAGT
AAATCATTCA

AACATTAACA
TTGTAATTGT

ATGATTTCAT
TACTAAAGTA

TTCAAGTTTA
AAGTTCAAAT

TTCTAAATAG
AAGATTTATC

CCTCTGCTAT
GGAGACGATA

TCATCAATTA
AGTAGTTAAT

TCCGTTATCT
AGGCAATAGA

TTAAAGTTTT
AATTTCAAAA

CCCAAATCAC
GGGTTTAGTG

GCTATTTAAG
CGATAAATTC

CTGTTTGATT
GACAAACTAA

ATTCCAAATC
TAAGGTTTAG

ATGTTTAATA
TACAAATTAT

GATTTGGATT
CTAAACCTAA

TCAACCTCAA
AGTTGGAGTT

TTTAGTTCCT
AAATCAAGGA

TAGCTTCTTG
ATCGAAGAAC

AGTTAAAATA
TCAATTTTAT

GATCTATATA
CTAGATATAT

ATTTTAATTC
TAAAATTAAG

GATTCACCAA
CTAAGTGGTT

TGGGCGAACA
ACCCGCTTGT

CTTGTCCTGG
GAACAGGACC

ACTTTAAGTC
TGAAATTCAG

TAATGGTTCA
ATTACCAAGT

AAGTGAAAGT
TTCACTTTCA

TCTACTAATG
AGATGATTAC

TAATATAGAA
ATTATATCTT

CATATCCATA
GTATAGGTAT

TCTTCTTTAG
AGAAGAAATC

TACAATATTA
ATGTTATAAT

TTGTTACAAA
AACAATGTTT

CGTTTTAGAT
GCAAAATCTA

TCCATCTAAT
AGGTAGATTA

TGTCAGCATC
ACAGTCGTAG

CCATATTCAA
GGTATAAGTT

TACAACATTT
ATGTTGTAAA

TAACGTTATA
ATTGCAATAT

GTTCCATTAA
CAAGGTAATT

CTCTTTTTTG
GAGAAAAAAC

AGGCTAGTCC
TCCGATCAGG

TTTGTTTAGT
AAACAAATCA

TTTAATAATT
AAATTATTAA

CACCTATAAA
GTGGATATTT

GCAAATCATG
CGTTTAGTAC

CATATTATAC
GTATAATATG

CAGCAATTTG
GTCGTTAAAC

ATTTTTAATT
TAAAAATTAA

GTAATATGCA
CATTATACGT

TTTTATTTTG
AAAATAAAAC

GCTTGTATTC
CGAACATAAG

ACTTTCTTCA
TGAAAGAAGT

CAATTTCTCT
GTTAAAGAGA

ACTCCATATT
TGAGGTATAA

ACTTGAATAT
TGAACTTATA

TTGATAATTT
AACTATTAAA

CTTACAAAAT
GAATGTTTTA

TGGGTCATTC
ACCCAGTAAG

GCGGTATTTT
CGCCATAAAA

TTAAATGTTT
AATTTACAAA

TCCTGATTCA
AGGACTAAGT

CTGCGCTAAA
GACGCGATTT

BsmBI
TACGTCTCTG

TTCATTTTTT
AAGTAAAAAA

TCGTCTACTT
AGCAGATGAA

ATAAATTTTT
TATTTAAAAA

ACTTATCTTC
TGAATAGAAG

ATTCCATCGA
TAAGGTAGCT

AGTTAAGGGT
TCAATTCCCA

TCTTTTCTTC
AGAAAAGAAG

CCCATTTCTT
GGGTAAAGAA

TTTTTTATAA
AAAAAATATT

CATCTTTATC
GTAGAAATAG

TAAGCAAAAA
ATTCGTTTTT

ACCCATTCAT
TGGGTAAGTA

TTTCATGAGC
AAAGTACTCG

AGAGCCGGAT
TCTCGGCCTA

TCAATCAATT
AGTTAGTTAA

GACCATCATG
CTGGTAGTAC

ATAATAATAA
TATTATTATT

TCATGCAGGA
AGTACGTCCT

CATCTTCAAA
GTAGAAGTTT

CGTAATATTT
GCATTATAAA

AATAATTTTT
TTATTAAAAA

gRNA scaffold

TTTTAGAGCT

ATGCAGAGAC

GTTATCAACT
CAATAGTTGA

4/7 D8303 pLenti-U6-gRNA-Cas9-P2A-EGFP-Puro&Zeocin

AAAATCTCGA

TGAAAAAGTG
ACTTTTTCAC

400-1683301/800-8283301

7 R/Beyotime



4181

GCACCGAGTC GGTGCTTTTT TGAATTCGCT AGCTAGGTCT TGAAAGGAGT

CGTGGCTCAG CCACGAAAAA ACTTAAGCGA TCGATCCAGA ACTTTCCTCA
> pLenti-U6-gRNA-Cas9-P2A-EGFP-Puro&Zeocin ™ 5 A HIRE UL i AL F5 «

AarI AbsI AscI AsiSI AxyI BoxI
BstHPI BstPATI Bsu361 Eco811 FspAI Hpal
I-Ppol I-Scel KspAI Mrel PaeR7I PalATl
PI-Scel PshAT PspXI Rgal SbfI Sdal
Sfil Sfr2741 SgfI SgslI Slal Srfl
XhoI

> pLenti-U6-gRNA-Cas9-P2A-EGFP-Puro&ZeocinH (1) FL B D) A7 2 045 :
Acc65I G GTAC,C 1984 FspI TGC|GCA
Afel AGC|GCT 4483 KpnI G,GTAC"C
Agel A" CCGG, T 4470 MauBI CG CGCG, CG
AvrII C'CTAG, G 12015 Nhel G CTAG,C
BamHI G GATC,C 8669 NotI GC GGCC, GC
BbvCI CC TCA,GC 1183 PacI TTA,AT TAA
BmtI G,CTAG C 4212 Pf1FI GACN' N, NGTC
BsiWI C GTAC, G 9505 Pmel GTTT | AAAC
BspDI AT CG,AT 3277 Pvul CG,AT CG
BsrGI T GTAC,A 9444 RsrII CG GWC, CG
BstBI TT CG,AA 2849 SgrAIl CR"CCGG, YG
BstEII G GTNAC, C 9583 SgrDI CG " TCGA, CG
Bstzl1l7I GTA | TAC 12780 SnaBI TAC|GTA
Clarl AT CG,AT 3277 Spel ACTAG, T
EcoRI G AATT, C 4202 Swal ATTT | AAAT
EcoRV GAT |ATC 6346 TthlllI GACN' N, NGTC
Fsel GG, CCGG"CC 12420 Xbal T CTAG,A

> pLenti-U6-gRNA-Cas9-P2A-EGFP-Puro&Zeocin 5 AJ {5 F F1 F7 51 92 51 40 F -
sgRNA Il 7 51 #/hU6-F primer: 5'-GAGGGCCTATTTCCCATGATT-3'

> pLenti-U6-gRNA-Cas9-P2A-EGFP-Puro&Zeocin )47 5115 B 1%

S 3R TR W Bz R E S

2R
7 g e 2E3
D8303-1pg pLenti-U6-gRNA-Cas9-P2A-EGFP-Puro&Zeocin lpg
D8303-100pg pLenti-U6-gRNA-Cas9-P2A-EGFP-Puro&Zeocin 100pg
— PULLRE 143

RFEM:
20°CHRAF »

AEEIL:

Bse2lI
I-Ceul
PI-PspI
SfaATl
Sse83871

14274
1988
12180
4208
907
1980
9491
10967
14422
12194
12258
14973
15565
15224
3632
9491
4476

> RFORLRG S = R ATV AR TAR R DL &, WA BN TSR 58 = AR AT N BRAL
> AP EURT M NGRS TR WEGaTT, AT EaEgs, MR HEEEN.
> NTRRINZENERE, §F KBRS F BRI

{E AR -

1. B pg B A S, WS BUD BEAR TR LK IGAT B, AT R P RECKEMIEE A TS HE.
PESAT I TR AT LLd S B ) kAT %, BUR IR T S e .
2. 100pg 23S HIAT= BRI FE 0. Tug/ul, F51ml. AT LB B2 T B 1) ol % Jeam i .

3. ARBRRETTZIT, WES%.
a. BRI VIR0 EBERRAL -

Reagent Volume
pLenti-U6-gRNA-Cas9-P2A-EGFP-Puro&Zeocin xul (1-2pg)
FastDigest BsmBI Iul
BeyoAP Alkaline Phosphatase (D7027) 1l
10X FastDigest Buffer 2ul
100mM DTT 0.2ul
ddH,O (15.8-x)ul

% R/Beyotime  400-1683301/800-8283301

D8303 pLenti-U6-gRNA-Cas9-P2A-EGFP-Puro&Zeocin

517



Total volume ‘ 20l
Incubate at 37°C for 30min

1 FI DN A BB B ORFT S 280 BE VT 5 1 R .
W TR I BsmBIEEY), W &r=AmA B, —MNMKICVBRA B, DN BoNfiller. BEUIHIKE TS, VIR L
12kbIf) B I460T, 37 £ 292kb I fillerk s o

BERR L AR K Oligos
Reagent Volume

sgRNA oligo 1 (100uM) 1l

sgRNA oligo 2 (100uM) 1l

10X T4 Ligation Buffer 1l
ddH,0 6.5ul
T4 Polynucleotide Kinase (D7096) 0.5ul

Total volume 10ul

WitOligo ff = M4 F -

Forward: 5'-CACCG-20bp-3'

Reverse: 5'-AAAC-20bp (Copy bottom strand 5'->3")-C-3'

vE1: N HiE @ T4 Ligation Buffer, K NBET4 Polynucleotide Kinase (D7096)4% 4t (22 AL & ATP . 1 S48 FH B
T4 Polynucleotide Kinase (D7096)$&HEIZZ /i, 7 #M 78 ImM ATP.

VE2: T LU F S ECEBERR LR K SN N RGP 37°C 30min, 95°C Smin, #RJ5 PA5°C/minffIiE & T 4 325°C.

. BB B3 cH B KBIXUEFAZH IR LA 12000 LA R Bl Ak .

R IEE T ST EB R M.

B 50ng  BE3brh £ BsmBIRG V) HA1L 5 (0 50k, 51l BE3dh W B o (0 XUk S I IR HEAT 4, BAEEH & 5018
SR SR SR B AT o T B T 28 5 R AR P B BRIEDN A TE 4K 71 £2(D7002/D7003 AT 3 S USE o ML
[ P 15 B B o R (I S AT 3, T ZKAR B3 38 K I U S A% AR IR o

AL ESI3E .

AR S K AR 0 R P HI(LTR), & A FAL R EAGA B, 5 SO H I F (D03 78)8E W 3515 RUF (W ki 7. R
HERecAHE AT EA 2%, B FRATINGR A BUAE F StbI3 [ 56 Ak R AN TR ™ B B A o F AR

HEEZ LN REGE TR E N a3,

HEFEE F 25 25 R AP B Lipo8000 ™% YL ik 7 (C0533) 55 YLl il . 44 45 0 5 R i 82t 7] LRI pCMV-VSV-G (D8215)LA &
pCAG-dR8.9 (D8216)FL 18 F HEAT 1855 B 1 .26

SE R :

1. Mautino MR. Curr Gene Ther. 2002. 2(1):23-43.

2. Sumimoto H, Kawakami Y. Future Oncol. 2007. 3(6):655-664.

3. Stripecke R, Koya RC, Ta HQ, Kasahara N, Levine AM. Blood Cells Mol Dis. 2003. 31(1):28-37.

X/~ m:
eIk 77 i A4 TR (2t
D8301-1ng pLenti-U6-gRNA-Cas9-P2A-EGFP-Neo lug
D8301-100pg pLenti-U6-gRNA-Cas9-P2A-EGFP-Neo 100ug
D8302-1pg pLenti-U6-gRNA-Cas9-P2A-mCherry-Neo lug
D8302-100pg pLenti-U6-gRNA-Cas9-P2A-mCherry-Neo 100pg
D8304-1ng pLenti-U6-gRNA-Cas9-P2A-mCherry-Puro&Zeocin lug
D8304-100ug pLenti-U6-gRNA-Cas9-P2A-mCherry-Puro&Zeocin 100ug
D8305-1ng pLenti-U6-gRNA-Cas9-P2A-EGFP-Zeocin lug
D8305-100pg pLenti-U6-gRNA-Cas9-P2A-EGFP-Zeocin 100pg
D8306-1pg pLenti-U6-gRNA-Cas9-P2A-mCherry-Zeocin lug
D8306-100pg pLenti-U6-gRNA-Cas9-P2A-mCherry-Zeocin 100pg
D8307-1ng pLenti-U6-gRNA-Cas9-P2A-EGFP-Bla lug
D8307-100ug pLenti-U6-gRNA-Cas9-P2A-EGFP-Bla 100ug
D8308-1ng pLenti-U6-gRNA-Cas9-P2A-mCherry-Bla lug
D8308-100pg pLenti-U6-gRNA-Cas9-P2A-mCherry-Bla 100pg
D8309-1png pLenti-U6-gRNA-Cas9-P2A-EGFP-Hygro lpg
D8309-100ng pLenti-U6-gRNA-Cas9-P2A-EGFP-Hygro 100pg
D8310-1pg pLenti-U6-gRNA-Cas9-P2A-mCherry-Hygro lpg
6/7 D8303 pLenti-U6-gRNA-Cas9-P2A-EGFP-Puro&Zeocin 400-1683301/800-8283301 % K/Beyotime



D8310-100pg pLenti-U6-gRNA-Cas9-P2A-mCherry-Hygro 100pg
ST551-10mg Puromycin Dihydrochloride ("M 5 2%) 10mg/mlx1ml
ST551-50mg Puromycin Dihydrochloride ("M 5 2%) 10mg/mlx5ml

ST551-250mg Puromycin Dihydrochloride ("ZW 75 2X) 250mg

ST1450-0.25ml Zeocin (T3EHER) 20mg/mlx0.25ml
ST1450-0.25ml Zeocin (T3EHER) 20mg
ST1450-1ml Zeocin (FH3EEK) 20mg/mlx1ml
ST1450-100mg Zeocin (TH3EH %) 100mg
ST007 Ampicillin S5g
STO008 Ampicillin (100mg/ml, 1000X) Sml
D8215-1pg pCMV-VSV-G (1877 2 L2% F kD) g
D8215-100pg pCMV-VSV-G (1877 2 L35 A Tk 100ug
D8216-1pg pCAG-dR8.9 (125 25 2% H T A) lpg
D8216-100pg pCAG-dR8.9 (185 75 1.2 FH Joi ¥ir ) 100pg
D8202-1pg pLenti-H1 (18958 /NRNARIEHA, ZHE5) lug
D8202-100pg pLenti-H1 (1898 /NRNARIEHAK, LHE56) 100pg
AF5051 Flag Tag Mouse Monoclonal Antibody 50ul
AF0036 FLAG Tag Rabbit Polyclonal Antibody 100pl
AF519 Flaghi R (/N R #.H1) >407K
AF0123 CRISPR-Cas9 Mouse Monoclonal Antibody 50ul
D7096 T4 Polynucleotide Kinase 100U
D7097 T4 Polynucleotide Kinase 500U
D7002 PUEDNAE BRI & 100K
D7003 PR DNA R ) & 500K
D7006 T4 DNA Ligase 40,000U
D7008 T4 DNA Ligase 200,000U
D7027 BeyoAP Alkaline Phosphatase 200U
D0378 Stb13 H i 200ul

C0533-0.5ml Lipo8000™#% 4L iz 5] 0.5ml
C0533-1.5ml Lipo8000T™#% 4L iz 5] 1.5ml
C0533-7.5ml Lipo8000T™#% 4L iz 5] 5%x1.5ml
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