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AL E SR YR B TR A ]
HEY) Cas9/gRNA JiURL# B A7 & (Catalog. No. VK005-11)
CEL-F A8, FEnl T 7/KHE, GFP Jfikhric)

7= i 4L R
H % VK005-11S VKO005-11L
Cas9/gRNA Vector 5T 10T
Solutionl 20pL 20pL
Solution2 10pL 20plL
Sqprimer(10uM) 50uL 50uL
RAFEAE: 1E¥ 7 T -20°CLRAF, 8t [ 1
7= i 1t B

BT B e BRI U7 (K gRNA B 55 5l 4 A\ 21 Cas9/gRNA Bk . I ZE U171
Cas9/gRNA JFi i At [F] I F ik i S TR AL I Cas9 2 [ M2 gRNA, v [
CRISPR B ARTEAT H bk [ ) st Bk AN G 3

FetE: 1) FoKUbiJE 3 FRISHEDHEW T FICas9ER H 5
2) T3’ UTRIE HiCas9t FRIB K
3) JKHBU6JE BT Kk gRNA, il FH T 7K Hs
4) GFPffikhric
5) 2> gRNAKY 2 2] [7] — e fa

Hik gRNA 35 18bp Hik
NNNNN C AGNNNNNNNNNNNNNNNNNN G T THNNNNN
NNNNNGTC NNNNNNNNNNNNNNNNNNC AA NNNNN

RAANE A gRNA BRI 5 &5,
LR 0 s (B 514 oligo:

Target—Sense: 5’ —CAG-gRNAsense
Target-Anti: 5’ —AAC-gRNAanti

1) gRNA (R84 B 9 CAGTTCTAAATAATGGCATGG (FHerbr: iR 5541 k%) 18-20bp;
KOG 5w PAMJTA) o #4018 gRNA [HE 57 5150 R oligo, FFEEAT &L, 7175: oligo
ANBEIN L PAM £ 51

Target-Sense: 5 —CAGCAGTTCTAAATAATGGCA-3’ CIE[AF41)
Target-Anti: 5’ —AACTGCCATTATTTAGAACTG-3" (I HAMNFTH)

A5 5 1
W WERKTIGES, EHEEEORE, BRIk R &R L.
HHE—: oligo Z% 4% (oligoduplex) FIFERL
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C AGNNNNNNNNNNNNNNNNNN
NNNINNNNNNNNNNNNNNC AA

K5 B oligo 73 IR RE K 10pM, #2407 F LEBIR &

Target—Sense ouL

Target—-Anti ouL

H20 15uL

AR & 25uL

WA G, 1R NP AL

95°C3min

95°C 2| 25°CZEIGA A, Hlln -1°C/20S BLF FAE M E AL 95°CK R, HIAA

HWE=ER
16°C5min

SBE . oligo ZRMA&BABIRMEH

Cas9/gRNAVector 1uL

L oligo Ak luL

Solution luL

Solution2 luL

H.O 6ul

AR R 10pL
16 C IR 2 7K

PE=. ¥k

BB IR R &= )5-10uL i N B I A7 iRI50ul. DHS5a/ 32 B4l , 3230k
5], UKi3053 8, 42°CHIKI0RD, TK EERE 2B, SRS MBI JLHILE, &
F3TCEERKRS, 1708, EiH— /N ER-EaPirE (Kana+t) KPR

BRI e R ) 22 %8

PRESD A REVEREE, AT XA BRONREE I, 357 S R AmLIE )
FPEURL, R LR AR 7 45 SRt S AN AR, I REE — PR A B IERZE IR, 18
IESAN I FPAE i, BEATIUFE o

sqprimer:GATGAAGTGGACGGAAGGAAGGAG. il FF 4 S5 1 W SRS )
JRRL B -
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35S promoter rU6-gRNA

GFP ]

355 PolyA E?\ <

T-Border(left) j\

KanR W’&
pvs 1-rep%

mpCas9-2NLS

VK005-11
16555bp

o S
pVS1STA Ubi
T-Border(right)
VK005-11 JiHi~ = B«
LB GFP 35S rue gRNA mpCas9 Ubi RB

5T
BRI EANN 4R G, BT R AL

CCACGGCCCACTTTTCTCCGTGGTGGGGAGATCCAGCTAGAGGTCCGGCCCACAAGTGGCCCTTGCCCC
GTGGGACGGTGGGATTGCAGAGCGCGTGGGCGGAAACAACAGTTTAGTACCACCTCGCTCACGCAACGA
CGCGACCACTTGCTTATAAGCTGCTGCGCTGAGGCTCAG-+gRNA-+-Target+++GTTTTAGAGCTAGA
AATAGCAAGTTAAAATAAGGCTAGTCCGTTATCAACTTGAAAAAGTGGCACCGAGTCGGTGCTTTTTTT
ACTAGTTTTGATCTTGAAAGATCTTTTATCTTTAGAGTTAAGAACTCTTTCGTATTTTGGTGAGGTTTT
ATCCTCTTGAGTTTTGGTCATAGACCTATTCATGGCTCTGATACCAATTTTTAAGCGGGGGCTTATGCG
GATTATTTCTTAAATTGATAAGGGGTTATTAGGGGGTATAGGGTATAAATACAAGCATTCCCTTAGCGT
ATAGTATAAGTATAGTAGCGTACCTCTATCAAATTTCCATCTTCTTACCTTGCACAGGGCCTGCAACCT
TATCCTTCCTTGTCTTCGTCCTTCCTTCCGTCCACTTCATCATATTTAAACCAAACCTACGGGGGAGTC
AACGT ) M54

—XEREHE SR B R — N RIE R ¥
1. 4053 gRNA #E 5 g1,82,83,84 FEEF VK005-11 344, 4 Flldn 44
VKO005-11-g1;
VKO005-11-g2;
VKO005-11-g3;
VKO005-11-g4;

2. H4J% VK005-11-g1g2: VK005-11-g1 i Ascl+Spel ), B mIcfEH (ru6: £
870bp) , HANZF|H Ascl+Avrll i) 1) VKO05-11-g2 H1. fiv4: VK005-11-glg2
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3. % VK005-11-g3g4: VK005-11-g3 FH Ascl+Spel Figt)], FR BT (rue:
870bp) , A ZFIH Ascl+Avrll BE]F) VK005-11-g4 1. fiv44: VK005-11-g3g4

4. % VK005-11-glg2g3ga: VK005-11-g1g2 F Ascl+Spel g 1], i [al e 717 CrUe6:
2x 870bp) , FHNFIF Ascl+Avrll BEDIH VK005-11-g3g4 . fin 4
VK005-11-g1g2g3ga

PLEEHE, K 2 AR A R B — i A 2 B [/ — N RIE Bk . A Ascl+Spel i)
HEAT SRR SGAIE, A B YA NS BB A BOR/NE S — 2. BN N E
SR, Wil P A Rl RE ek E

Fo At AE YA SR &
spCas9 CRSIPR i & AT & R
VKO005-01: &EH TH-Fr1EY), Rl Tk, WERitt

358 rU6 gRNA mpCas9 Ubi RB
VK005-02: ﬁﬁﬁ%qﬁ?ﬂﬂﬁ% FEA KRG, BB
IQP‘-I — - — -
Bar 355 rU6 gRNA mpCas9 Ubi RB
VKO005-05: & H T #mtay), #aERilt
lﬂ»‘... — - ) — -
Hyg 358 wU6 gRNA mpCas9 Ubi RB
VKO005-06: &M T H.FMAEY), 8Bt
358 wU6 gRNA mpCas9 Ubi RB
VK005-07: ﬁﬂﬁi?ﬂﬁﬁ% RIRFRbM
LB KanR Nos rU6 gRNA mpCas9 Ubi RB
VKO005-09: &H T #rrtEy), RE&ERPi
LB KanR Nos wU6 gRNA mpCas9 Ubi RB
VKO005-11: &M T #7HAEY), GFP fiiktrid
- — - - — -
LB GFP 35S rue gRNA mpCas9 Ubi RB
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VKO005-13: & THFHHEY), GFP fiiikisic

- amm <) ) G Em )

LB GFP 35S wU6 gRNA mpCas9 Ubi RB
VKO005-14: &M TXFM1EY), H&H =Dt
- — - ) G )
LB Hyg 355 atué gRNA dpCas9 2X355 RB
VKO005-15: & H TAFH1EY), e Bt
LB Bar 358 atUe gRNA dpCas9 2358
VKO005-16: & H T FMH1EY), RIBERbE

KanR Nos atu6 gRNA dpCas9 2X358 RB

SaCas9 CRSIPR iR AT & RS-

saCas9 1] PAM J& Z R 531 - #1) Lb & FH 1) spCas9 #R+, B9 1] DNA 4 74 58 4,
off-target RN 5E /N, - H A A EL spCas9 /)y, IR F B 11K

VKO005-101: saCas9, &H T X FIHE%y, Wit

* — ———- v G =)
Hyg 358 atlU6 gRNA dsaCas9 2X35S RB

VKO005-102: saCas9, &M TX 7 M8y, e

q— — G —) )< ——)
Bar 35S atlU6 gRNA dsaCas9 2X35S RB

VKO005-103: saCas9, &H T MHEY), FealH /KM, WERbutE

) o w—) ) — =)

LB Hyg 35S rU6  gRNA msaCas9 Ubi RB

VKO005-104: saCas9, & THFHHEY), FenlH TR, St

m ooy —(on =)

LB Bar 35S rU6  gRNA msaCas9 Ubi RB

VKO005-105: saCas9, i&H T X FH1E%), GFP jiiikiric

) () )

LB GFP 35S atU6 gRNA dsaCas9 2X35S RB
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Cpfl CRSIPR R R RAFIE RS :

Cpfl &Z#AYA CRISPR Cas9 Ef, iR PAM FAILE 5°

by

Ui, PAM F%1: TTTN,

BIYT] DNA F= AR K i . Cpf1 AN FHKE YK CRSIRPgRNA #E S p v vHiaHl, BHA

PRI
VKO005-201: Cpfl, & TH8-7HHEY),

m (o )

LB Hyg 35S rU6  gRNA
VKO005-202: Cpfl, i&HTE-THHEY),

m (o )

LB 35S rU6  gRNA
VKO005-203: Cpfl, i&HTXTF MY,
LB Hyg 35S atU6 gRNA
VKO005-204: Cpfl, i& T XCFHHEY),
LB 35S atU6 gRNA
VKO005-205;: Cpfl, i&H T X THAEY),

) -w—)

Bar

Bar

LB KanR Nos atlU6 gRNA
VK005-206: Cpfl, i&H T XCFHHEY),
LB GFP 35S atU6  gRNA
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Vel TKHE, WE Rk
mpCpfl Ubi RB
Yl TKAE, BB

S .

mpCpf1l Ubi RB

R

— -

dpCpf1l 2X35S RB
BRI

dpCpfl 2X35S RB
R RILME

-~ =)

dpCpfl 2X35S RB

GFP fifiibric

dpCpfl 2X355 RB
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