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Jb R ML E AR B R A
T saCas9/gRNA Uit 77 & (Catalog. No. VK005-104)
CRLFIAEY, R KR, Bedbii)

7= 2 R
SRR VK005-104S VK005-104L
saCas9/gRNA Vector 5T 10T
Solutionl 20pL 20pL
Solution2 10pL 20plL
Sqprimer(10uM) 50uL 50uL
BRAEEAF: BT -20°CRAT, 8t e H 1R
7= i Yt B

CRISPR/Cas 2 4l b F1 1 4H 1 75 K T At R AR R B i — Ffid I 14 B 38
M, TR B AN IR BE A DNA P HIAR . N Tt 1 Cas9/gRNA R4t
i3 gRNA Cshort guide RNA) 5|5 Cas9 & FH iR 7 3BT A gRNA I £ XL
B DNA, FIF 2 iR AR i g4 DNA S5 1E .

saCas9 [ PAM J7 51| F5U 7 51 B i FH Y spCas9 #4<, B3 U] DNA H%F =14
S, PRtk off-target RN 5E /), 11 HLAR 4T BN, M 18 N2 . saCas9
) PAM 3l : NNGGGT; NNGGAT, NNGAGT, NNGAAT, LAME
AT S 1) AT 3

PR A S AE BRIy R gRNA $E &5 7 5146 A\ 31| saCas9/gRNA ki .
17 1) saCas9/gRNA JFT L e % 7] iy Rk 1 4 % 5 1A AL 1) saCas9 &5 [ & gRNA,
A CRISPR $ARREAT H A5 8] 1 it g A G

FrPE: 1) FoKUbi 5 8h v RISMP) % T4 i saCas 98
2) B3’ UTRHE RysaCas9tE HRIE KT
3) JKFEU6 A Bl F3RIKgRNA, FEjIlIE H T 7K 7E;
4) 35SJA Bl TRk HEL P
5) 27> gRNAKA 2 2| [F] — 4k fk

ESAT gRNASE 4 21bp S AT
NNNNN CAGNNNNNNNNNNNNNNNNNNNNN  GTTNNNNN

NNNNNGTC NNNNNNNNNNNNNNNNNNNNNCAA ~ NNNNN

B gRNA BE L5 R 56K
T Z D T A% BT 514 oligo:

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

1) gRNA (R4 s 467 B 9 CCACAGTTCTAAATAATGGCAAAGGGT (Firbr: R B3I K2
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JEEME N SLEA YR B R A A
18-21bp; KPS Ht: PAMF4) . #% M gRNA IR 57515 R 1 oligo, F#E4T4 B,
ERE: oligo ANENN_E PAM J751.

Target-Sense: 5’ —CAGCCACAGTTCTAAATAATGGCA-3" CIEMJFEH))
Target-Anti: 5’ —AACTGCCATTATTTAGAACTGTGG-3"  (Jz[a HAMNFF)

BTG
R WEBGE)S, S EORE, BRI AR L.
SB—: oligo ZF4& (oligoduplex) KAk
CAGNNNNNNNNNNNNNNNNNNNNN
NNNNNNNNNNNNNNNNNNNNNCAA
W& AU oligo 70wl # e 10uM, 42T Eu iR &

Target—Sense SuL

Target—-Anti oSuL

H-0 15uL

I AR F 25uL

RAJE, I N AR AL B

95°C3min

95°C #| 25 CLE1GAH), Blhn -1°C/20S S WG FE M UE 95°CKH, BB

SRR
16°C5min

BB oligo ZREBABRAEF

saCas9/gRNAVector luL

L oligo Ak luL

Solution luL

Solution2 luL

H20 6ul

B AR R 10pL
16°C [ L 2 /M«

PE=: ¥

U0 B8 — ) e 2= 05-10u i A\ 21 M i 75 50l DHSali 22454l fo b, #853R
51, VKIR305r 81, 42°CHIHO0FE, VK LERE 28, ARG INAS005 A EPiLB, &
F3TCIHEERAKT, 1705, E7h—/PEREPiE (Kanat) FIFR .

FRPETERE ) % 58
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R HE R SRR A R A A
PRESN A CREVERERE, BT XAFUROUREE DL, 15 S EWEAmI T
AR TURL, IR BERACII P 45 Rt 2 A AR . s — IR PSR IEfSE R, 16
IIES AU FPAE i, BEAT IR o

sqprimer:GATGAAGTGGACGGAAGGAAGGAG. 1l 45 S5 7 W SRS 5

R P i -
35S promoter ru6-sagRNA
phosphinothricin(Bar) \ CaMV term

35S PolyA Ai
T-Border(left)/\

—_—

KanR A msaCas9
vk005-104
15918 bp
- s‘\\mpum
N
pVS1l-rep Y
, .
( \ Ubi
vsismm
T-Border(right)
VKO005-104 bR = -

LBBar35S rU6 gRNAmsaCas9Ubi  RB

BT
By, 8 A AN 45 R G, BT R A LR

TCCAGTCGGCCCAGCAATACAAAGGGAAAGAAATGAGGGGGCCCACAGGCCACGGCCCACTTTTCTCCG
TGGTGGGGAGATCCAGCTAGAGGTCCGGCCCACAAGTGGCCCTTGCCCCGTGGGACGGTGGGATTGCAG
AGCGCGTGGGCGGAAACAACAGTTTAGTACCACCTCGCTCACGCAACGACGCGACCACTTGCTTATAAG
CTGCTGCGCTGAGGCTCAG:+-gRNA---Target:-*GTTTTAGTACTCTGGAAACAGAATCTACTAAAAC
AAGGCAAAATGCCGTGTTTATCTCGTCAACTTGTTGGCGAGATTTTTTTACTAGTTTTGATCTTGAAAG
ATCTTTTATCTTTAGAGTTAAGAACTCTTTCGTATTTTGGTGAGGTTTTATCCTCTTGAGTTTTGGTCA
TAGACCTATTCATGGCTCTGATACCAATTTTTAAGCGGGGGCTTATGCGGATTATTTCTTAAATTGATA
AGGGGTTATTAGGGGGTATAGGGTATAAATACAAGCATTCCCTTAGCGTATAGTATAAGTATAGTAGCG
TACCTCTATCAAATTTCCATCTTCTTACCTTGCACAGGGCCTGCAACCTTATCCTTCCTTGTCTTCCTC
CTTCCTTCCGTCCACTTCATCATATTTAAACCAAACCTACGGGGGAGTCAACGTAACCAACCCTGCCTT
AGC  WF I
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JE M NSRRI A R A

—X B SR B [F] — AN RE R

5398 gRNA #E £ g1,82,83,84 T % 2] VK005-104 Ak, 437l r 44«
VKO005-104-g1;

VKO005-104-g2;

VK005-104-g3;

VKO005-104-g4;

. HJ% VK005-104-g1g2: VK005-104-g1 F Ascl+Spel 1], i i [R5 A7 (ru6: 24
870bp) , i A\ F|F Ascl+Avrll i Y111 VKO05-104-g2 1. 4 : VK005-104-glg2

. ¥J% VK005-104-g3g4: VK005-104-g3 i Ascl+Spel g, HR R (rUe:
870bp) , AR Ascl+Avrll B[ VKO05-104-g4 . fi544: VKO05-104-g3g4

. FJ7 VK005-104-g1g2g3g4: VK005-104-glg2 ] Ascl+Spel BF), o i [l g d 5
(ru6: 2x870bp) , FHANZIH Ascl+Avrll B¢ VKO05-104-g3g4 1. fir4:
VKO005-104-g1g2g3g4

CABESEHE, R 2 A4 oR A — A B[R] — N RB R . ] Ascl+Spel
DI BEAT SERE I BRI, A D) T (1 /N5 8 R BOR AN A — 2. BT

NERFPH, Pl e Al Re s i

HABAE A SR &
spCas9 CRSIPR JF R B XTI E RS :
VKO005-01: &M FH-FrHA8, 4 T/KR, WERyik

Hyg 358 rU6 gRNA mpCasS Ubi RB

VKO005-02: &H T HFr-EY, SralH KR, Fe ot

355 U6 gRNA  mpCas9 Ubi RB
VKO005-05: &M THrrtiEd), W RiitE

358 wlU6 gRNA mpCas9 Ubi RB
VK005-06: ﬂﬁ?%%ﬂﬂﬁ% B L

355  wU6 gRNA  mpCas9 Ubi RB
VKO005-07: ﬁﬁﬂ?ﬁ*‘i?”ﬂﬁ% RIMERPLE

Nos U6 gRNA  mpCas9 Ubi RB
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bR SR A R E R A ]
VKO005-09: & T HFHHEY), RIEFERDUE

) mm ) =) e Gan =)

LB KanR Nos wU6 gRNA mpCas9 Ubi RB
VK005-11: &H T H-7FHHEY), GFP ffiitisic
LB GFP 35S rue gRNA mpCas9 Ubi RB

VK005-13: &H T H-7FHHEY), GFP ffiitisic

‘_ — - ) (.

GFP 355 wU6 gRNA mpCas9 Ubi RB
VK005 14: EHITXTHAEY), WE Rt
LB Hyg 355 atué gRNA dpCas9 2X355 RB

VKO005-15: & H T W M8, Fepiit

- amm - _-#

LB Bar 358 atUe gRNA dpCas9 2358
VKO005-16: &M FXCF i, R =i
KanR Nos atu6 gRNA dpCas9 2X358 RB

SaCas9 CRSIPR FiRi &R & R %)

saCas9 1) PAM J¥ 51| iR 51 7 51 Lb 5 F ) spCas9 #fK, B3 Y1 DNA 4 5 M S 47,
off-target (M 5 /)y, H. B2 H EE spCas9 /N, I S F 7 71K

VKO005-101: saCas9, &H T X 7489, EERput

* — — — ) — G-
Hyg 35S atU6 gRNA dsaCas9 2X35S RB

VKO005-102: saCas9, &M X4, it

- ) — B b

LB Bar 35S atU6 gRNA dsaCas9 2X35S RB

VKO005-103: saCas9, &EH THFMEY), FralH /KM, WERZbutE

- _»—-—- — R

LB Hyg 35S rU6  gRNA msaCas9 Ubi RB

VKO005-104: saCas9, &M THFHHEY, Rl H 7K, St
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JEHHE LA YR R A F

m (o )

=)

LB  Bar 355 rU6 gRNA  msaCas9 Ubi RB
VKO005-105: saCas9, &M T X(-FMHE4, GFP ffiigdric
LB  GFP 35S  atU6 gRNA dsaCas9 2X355 RB

Cpfl CRSIPR FR MR RAFIE RS :

Cpfl /ZHr YA CRISPR Cas9 B, FHAHHIA) PAM 4 4E 5’

by

Ui, PAM FFA1: TTTN.

BIY) DNA P2 AR K S . Cpf1 BN A #4K CRSTRPRNA ¥E pi Bt Vo, B

PRI o
VKO005-201: Cpfl, i&H TH#THAHEY,

m (o )

LB Hyg 35S rU6  gRNA

VKO005-202: Cpfl, & T-E-THHEY),
LB 35S  rU6 gRNA
VKO005-203: Cpfl, i&H FXTH1EY),
LB Hyg 35S atU6 gRNA
VKO005-204: Cpfl, i&HHTFXCFHHEY),

- q——

Bar

LB Bar 35S atU6 gRNA
VKO005-205: Cpfl, & T X-7H1E4,
LB KanR Nos atU6 gRNA
VKO005-206: Cpfl, i&H T FHHEY,
LB GFP 35S atU6  gRNA
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YAl KR, W Rtk
o .

mpCpfl Ubi RB

Ve ToKAE, BB HUIE

~om— =)

mpCpfl Ubi RB

HERDUE

S

dpCpf1l 2X35S RB
LA U

dpCpf1l 2X35S RB
FERTE

-~ =)

dpCpfl 2X35S RB

GFP fifiigbric

dpCpfl 2X35S RB
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