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ALFHE R S R RA R
FE ) saCas9/gRNA a4 & il 7 & (Catalog. No. VK005-102)
- MAEY), S BEpUTE)

FE R4 A
2H %, VK005-102S VK005-102L
saCas9/gRNA Vector 5T 10T
Solution1 20uL 20uL
Solution2 10uL 20pL
Sgprimer(10uM) 50uL 50uL
BRAESAT: TmT20°CARAT, B S R
R L]

CRISPR/Cas /&2l B F1 iy 40 T 7E 3 AL 1t R A8 i — i 7 1 e 13 B
), IR U AMNE R EE & DNA DIXTPLALR . A T et Cas9/gRNA R 58
W gRNA (short guide RNA) 5|J Cas9 & HIFHIF I H A gRNA HHE AR
HE DNA, FITH: RIS 4t DNA S 81E.

saCas9 117 PAM 741 AIE 5751 b 5 ) spCas9 #R K, BYH) DNA R4 1
4T, L off-target RUAY. B/, 1 HAEEH T /N, WA H Rz . saCas9
i) PAM A A1 : NNGGGT; NNGGAT, NNGAGT, NNGAAT, PANTE
I B I H AN 5.

IR BB Py MR gRINA 55 75148 A 21| saCas9/gRNA ki, #4
BT saCas9/gRNA JSURL B (RIS I AE ) 25 1 L 1L ) saCas9 &5 [ 2 gRNA,
I F CRISPR ¢ ARHEA 1 HAnEL [H 1 e B A1 e

Bk 1) 85SJEBh T RIAAH S TR CasOE 1

) A3 UTRIE R Cas9sk FH Rk 7K T

) PIEIFUGE sl 15gRNA, i T A
) 35S/E BTN T P

) 2 gRNAH 2 2 [F]—#k f4

Bk gRNASE /S 21bp 5%
NNNNN TTGNNNNNNNNNNNNNNNNNNNNN GTTNNNNN

2
3
4
5

NNNNNAAC ~ NNNNNNNNNNNNNNNNNNNNNCAA — NNNNN
BN &R gRNA S5 WRBOT 5 G
TR IR T RSB S| oligo:

Target-Sense: 5° -TTG-gRNAsense
Target-Anti: 5’ —AAC-gRNAanti

st gRNA 38 507 B8 CCACAGTTCTAAATAATGGCAAAGGGTEL A RGBT
K 18-21bp; KT PAM JF3)). $#% M gRNA B S 5T R oligo, F#EfT
E R, ¥EE: oligo ANEEMN I PAM J¥51,
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JEMER T A BB A TR AT
Target-Sense: 5’ —-TTGCCACAGTTCTAAATAATGGCA-3  (IE[MJFEA)
Target-Anti: 5° ~AACTGCCATTATTTAGAACTGTGG-3"  (JZIa HAMNFH)

R
R RGNS S, HBEE B, RS R A L.
HBE—: oligo —ZfK& (oligoduplex) HJFEAY

TTGNNNNNNNNNNNNNNNNNNNNN
NNNNNNNNNNNNNNNNNNNNNCAA

RrE R oligo 2 BIFGRERL 10puM, #HUWIR LLBIR &

Target-Sense SuL

Target—Anti SuL

3610) 15uL

AR 25uL

A5, AN R AL P

95°C3min

95°C#| 25°C IR A, Bl -1°C/208 B FHRERMAS ICTE 95°C/KHE, H K%
p| ESEtl

16°C Smin

BIE—: oligo _REBABB AP

saCas9/gRNA Vector luL

HIE—) oligo K ims

Solution luL

Solution2 Tul

H,O ne

AR 10uL
16°CBLLY. 2 /N,

=: ¥k

BUD B i 55 2 7= 5- 10uL fin A B W ff 7R 1 50ul DHS a8z A4 e, 5
), VK305, 42°CHIK90FS, vk bERE2N, SRIEIMAS00fT TLHILB,
EP3TCHmEA S, 170%, Eih—/PNJEik Rt (Kanat) B9FAR.

B P e R E S R

PIESA @R R IER, TR, XA TS DL, TR R AmI R
HPE KL Wﬁjﬂﬁﬁ{i JPEE RS iiﬁfﬁ'!e WERER— R FAARA B IERREER, 7
INIES SRR, 2T
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UM A YRR R A T
sqprimer:GATGAAGTGGACGGAAGGAAGGAG, 45551 I S04 J5

TR -
35S promoter atU6-gRNA

\Z CaMV term

phosphinothricin(Ba/r)/’ @ \i
355 PolyA "N

|
TBorder(left)
- 2 ~dsaCas9
an §
//L/ vk005-102
14394 bp
- A dpUTR
A 2X358
pVS1-rep/\\ P \/T-Border(right)
¢ =
pVS1 STA/

VK005-102 b & E:
) Gun ) ) =)

LBBar35S rU6 gRNAdsaCa592X3—5S RB

75
PRy, s Sl EANUFF SR 5, BT RS LR

AAGAATTTGATTGAATAAAACATCTTCATTCTTAAGATATGAAGATAATCTTCAA
AAGGCCCCTGGGAATCTGAAAGAAGAGAAGCAGGCCCATTTATATGGGAAAGAA
CAATAGTATTTCTTATATAGGCCCATTTAAGTTGAAAACAATCTTCAAAAGTCCC
ACATCGCTTAGATAAGAAAACGAAGCTGAGTTTATATACAGCTAGAGTCGAAGT
AGTGATTG gRNA-*Target---GTTTTAGTACTCTGGAAACAGAATCTACTAAAAC
AAGGCAAAATGCCGTGTTTATCTCGTCAACTTGTTGGCGAGATTTTTTTACTAGTT
TTGATCTTGAAAGATCTTTTATCTTTAGAGTTAAGAACTCTTTCGTATTTTGGTGA
GGITTTATCCTCTTGAGTTTTGGTCATAGACCTATTCATGGCTCTGATACCAATTTT
TAAGCGGGGGCTTATGCGGATTATTTCTTAAATTGATAAGGGGTTATTAGGGGGT

ATAGGGTATAAATACAAGCATTCCCTTAGCGTATAGTATAAGTATAGTAGCGTAC
CTCTATCAAATTTCCATCTTCTTACCTTGCACAGGGCCTGCAACCTTATCCTTCCTT
GTCTTCCTCCTTCCTTCCGTCCACTTCATCATATTTAAACCAAACCTACGGGGGAG
TCAACGTAACCAACCCTGCCTTAGC — MF5 |49
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— M EREAN R W B R — SRR AL i

1. 43548 gRNA #15 g1,92,93,94 1475 VKO05-102 # ik, 754 :

VK005-102-g1;
VK005-102-g2;
VK005-102-g3;
VK005-102-g4;

2. M VK005-102-g1g2: VK005-102-g1 | Ascl+Spel B, B [

(rU6: #4570bp) , 1 AZ ] Ascl+Avrll ] VKO05-102-g2 #1. 74
VK005-102-g1g2

3. 4% VK005-102-g3g4: VK005-102-g3 f Ascl4+Spel fifity], o Il i s Hy

(rU6: 570bp) , fHAZIH Ascl+Avrll Filidlf#) VK005-102-g4 |1, iy44:
VK005-102-g3g4

4. 157 VK005-102-g1g2g3g4: VK005-102-g1g2 i Ascl+Spel [ifit]],« H fi 7]
WokEHy (rUe: 2x570bp) , fiiAE] ] Ascl+Avrll LR VK005-102-g3g4 .
fin44: VK005-102-g1g2g3g4

PARLISHE, 5 23 i A A B B[] — P2k ok b . ] Ascl+Spel

BT T Se TR L, i A D) HOR NS FRERIEY e BOR Ve — 2k, T
NFES YA, Wil A Al e oI

HoAb A AH 10
spCas9 CRSIPR iR i 2 X & R 5
VKO005-01: & H T HF4EY, FRalH Tk, &Rt

- Gemm - ) G B
LB Hyg 358 rU6 gRNA mpCas9 Ubi RB
VK005-02: o 1l T AEY), R TOKAE, e B

LB Bar 355 rU6 gRNA mpCas9 Ubi RB
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JUREME R R A R BRAT]
VKO005-05: &M TH-FiHEY), WERDE

) e ) ) Gam—— )

LB Hyg 35S wU6 gRNA mpCas9 Ubl RB

VKO005-06: & H T MHAEY), FEBirE

‘ — ) (e )
355 wU6 gRNA mpCas9 Ubi RB

VK005-07: &l T 74, SIR&ERbitE

) amm 0 ) e .

LB KanR Nos rU6 gRNA mpCas9 Ubi RB
VK005-09: &I T8 HAEY), FIRERDE

- -amm n ) ) Gaam— s .

LB KanR Nos wU6 gRNA mpCas9 Ubi RB
VKO005-11: & JJ T HL5-iAHY), GFP ﬁﬁuna
LB GFP 355 rue gRNA mpCas9 Ubl RB

VKO005-13: & TE S HAEY), GFP fiigkhnic

GFP 355 wU6 gRNA mpCas9 Ubi RB
VK005 14: @B MY, EE R bk
LB Hyg 355 atus gRNA dpCas9 2X355 RB

VKO005-15: & JH] X1 AR, E%%TM

Bar 355 atué gRNA dpCas9 22X 35S
VK005 16: 1& TR MY, RARERDIM
‘ 4 — - ) (e 4= ‘
KanR Nos atue gRNA dpCas9 22355

SaCas9 CRSIPR L4 A7 & R 5

saCas9 ) PAM F-Z1 FIH 51y 41 o FH Y spCas9 &R K, B U] DNA B4r 4 5 4,
off-target 2 /)N, I HAE I spCas9 /s, [FILI K.

VKO005-101: saCas9, & H T W I4EY), #aRbitE
m 0 e —) G =)
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JUREME R R A R BRAT]
LB Hyg 35S atU6 gRNA dsaCas9 2X35S5 RB

VKO005-102: saCas9, & TN F A8y, Sy

- Gan ) ) — )
LB Bar 35S atU6 gRNA dsaCas9 2X35S RB
VKO005-103: saCas9, ifH T H-F4EY, FeulHToKR, Rt
- e ) ) —d—

LB Hyg 35S rU6 gRNA msaCas9 Ubi RB
VKO005-104: saCas9, &M T MY, S5 HT/KME, Sk
LB Bar 35S rU6  gRNA msaCas9 Ubi RB
VKO005-105: saCas9, &M TN FH4E%, GEP ffiktinic

) (an —damm-w—) ")
LB GF

P 355  atU6 gRNA - dsaCas9 2X35S RB

Cpfl CRSIPR R BT S &5 -

Cpfl z&#ZAYg CRISPR Cas9 iff, HIHBIA PAM 7204 5 i, PAM J5%1): TTTN,
559) DNA =25 KRG . Cpfl B9 ¥ K CRSIRPgRNA # 5 A9 HTER, H
B MR .

VKO005-201: Cpfly &M TR, SRRl Tk, #aEEhi

-G wm) ) -l

LB Hyg 35S rU6 gRNA mpCpfl Ubi RB
VK005-202: Cpfl, @&MF 7Y, Fenl Tk, St
- e =)

LB Bar 35S rU6 gRNA mpCpfl Ubi RB

VKO005-203: Cpfl, & M TR M4, #lERiihE

) (i Gamn ) ) — .

LB Hyg 35S atU6 gRNA dpCpfl 2X35S RB
VK005-204: Cpfl, &M TR Y, SeBbir:

) G w—) ) e )
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JEHME R AR YA B PR AT
LB Bar 355 atU6 gRNA  dpCpfl ~ 2X355 RB

VKO005-205: Cpfl, &M T WM, RIBEFERIiE
LB KanR Nos atUé gRNA dpCpfl 2X35S RB
VKO005-206: Cpfl, ifi - TXAFM4EY), GFP fiikhric

atu6

LB GFP 35S
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