Y4

VIEWSOLID BIOTECH

bW B ST A A R B A A
FE4) saCas9/gRNA kL4 #AF & (Catalog. No. VK005-103)
CRFIAEY, 5 KRR, W E i)

7= Eh 4R
HF, VK005-103S VK005-103L
saCas9/gRNA Vector 5T 10T
Solutionl 20pL 20pL
Solution2 10pL 20pL
Sqprimer(10uM) 50uL 50uL
PRAFAE: 1B 5 T-20°C LR AT, 38 f S B2 R il
7= it Ut B

CRISPR/Cas 241l 4 A0 17 41 5 K 008 1k o T o JEA R )l P Sk 7
160, AR e BY DI ANIE R0 25 A DNA LW HIAR « N LHUE IS ) Cas9/gRNA R 48
i3 gRNA (short guide RNA) 5|5 Cas9 & [R5 I 81 H)H 4 gRNA HIL S frIXN
G DNA, 11T 5 IR RURS 3 50 8 DNA S84 18

saCas9 1] PAM J7Z1I R 721 i F (1) spCas9 #5K, BY 1) DNA (4 ek
SEAF, (L off-target ST, 11 LA 150 1 LML/, NEFIE )4 12 « saCas9
[¥] PAM J551 7 1% H]: NNGGGT; NNGGAT, NNGAGT, NNGAAT, LK
IR I HANT A

AR B R DUy (K gRNA #7514 A 2] saCas9/gRNA ki, 4
HEHF ) saCasO/gRNA STk AERS ] IN 2 DRI BT T-HRAL 1) saCas9 2 1 5 gRNA.,
I H CRISPR HEARREAT H A5k A IR i B A0 G 5

FePE: 1) F2KUbiJE 8) 1 RISMD) % T Iiib i saCas 98
2) HTIH3” UTREE FHisaCas9H (1R iE/KF;
3) JKFEUGJE Bl -k gRNA, A& T 7K R
4) 35S)a 8 T-RiL W& Rk
5) 2/ gRNAFL g 21 [7]— 2 fA

ik gRNASR S 21bp Bk
NNNNN CAGNNNNNNNNNNNNNNNNNNNNN - GTTNNNNN

NNNNNGTC NNNNNNNNNNNNNNNNNNNNNCAA ~ NNNNN

WA EEAET gRNA 2 S5k H 56 1
IHFE I SR BT 514 oligo:

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

BBt gRNA FRIHE 547 & k) CCACAGTTCTAAATAATGGCAAAGGGT (Herp: PRI 41 K4y
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b ML E YR B R A H
18-21bp; K5 He: PAMF41)) . 3% gRNA HIHE SUF50 ¥ T K oligo, FEREATA H
R oligo ANRENN_E PAM JE41,

Target-Sense: 5’ —CAGCCACAGTTCTAAATAATGGCA-3"  CIE A4
Target-Anti: 5’ —AACTGCCATTATTTAGAACTGTGG-3’  (Jx |a) HAMNTHI)

Tk
W WeElURE S, AR B0, IR A HE L
SB—: oligo —F4£ (oligoduplex) I
CAGNNNNNNNNNNNNNNNNNNNNN
NNNNNNNNNNNNNNNNNNNNNCAA
Ha5 B oligo 70 T ARE B 10uM, 4240 K EEBITR &

Target—Sense ouL
Target—-Anti suL
H,0 15uL
AR 25uL
WRAJE, I SRR A B
95°C3min
95°C F| 25 CLEISA K1, Hiltn -1°C/20S B ¥GHE M TE 95°Cok T, BRI

H =i
16°C5min

B oligo “FAHABIB AT
saCas9/gRNAVector lul
L% —[f) oligo — 1k Tul
Solution lul
Solution2 lul
H,0O 6uL
AR R 10pL
16°C Y. 2 7N o

PR=. B

OB B 1R e 2 7 1) 5- L0 L NN 2 W4 1F150p L. DHSal& 52 A& Ai fia b, 25l
&), UKiHE3073 B, 42°CHIRIOFS, UK EFEE 270, MRS IIAL00RTLHILE, &
TITCHRPEIRSY, 1708, ZI5—/PJEiRRaPirE (Kanat) AR .

FH 4 e RE T 22 X2
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JERHE SRR R A H
P3RS A ORVERR R, ST XA BOROAREE DL, 15 SR AmI
AR JTORE, ISR P 45 Rl s AN AR . U REE— IR PP A3 AN B IR 45 R, 1
IIESAS WU FPAE i, BEAT IR o

sqprimer:GATGAAGTGGACGGAAGGAAGGAG. 1l Jy>4 B4 1 W ST R4 )

TR B 1 -
35S promoter rue-sagRNA
Hygromycin \ CaWw term

y

35S PolyA I
/\
TBorder(efy N

KanRH“/

WKO06-103
15018 bp

pVSl—rep&\

| -
OVSISTA — @

Ubi

T-Border(right)

VKO005-103 R =B :

_ - _-

LBHyg35S rU6 gRNAmsaCas9Ubi RB

51T
B lal R, 35 B i) AN P G2R )5, EAT P81 LR

TCCAGTCGGCCCAGCAATACAAAGGGAAAGAAATGAGGGGGCCCACAGGCCACGGCCCACTTTTCTCCG
TGGTGGGGAGATCCAGCTAGAGGTCCGGCCCACAAGTGGCCCTTGCCCCGTGGGACGGTGGGATTGCAG
AGCGCGTGGGCGGAAACAACAGTTTAGTACCACCTCGCTCACGCAACGACGCGACCACTTGCTTATAAG
CTGCTGCGCTGAGGCTCAG:-gRNA-++ Target-++GTTTTAGTACTCTGGAAACAGAATCTACTAAAAC
AAGGCAAAATGCCGTGTTTATCTCGTCAACTTGTTGGCGAGATTTTTTTACTAGTTTTGATCTTGAAAG
ATCTTTTATCTTTAGAGTTAAGAACTCTTTCGTATTTTGGTGAGGTTTTATCCTCTTGAGTTTTGGTCA
TAGACCTATTCATGGCTCTGATACCAATTTTTAAGCGGGGGCTTATGCGGATTATTTCTTAAATTGATA
AGGGGTTATTAGGGGGTATAGGGTATAAATACAAGCATTCCCTTAGCGTATAGTATAAGTATAGTAGCG
TACCTCTATCAAATTTCCATCTTCTTACCTTGCACAGGGCCTGCAACCTTATCCTTCCTTGTCTTCCTC
QITCCTTCCGTCCACTTCATCATATTTAAACCAAACCTACGGGGGAGTCAACGTAACCAACCCTGCCTT
AGC WF5 19
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R HE LB RE R R A F
— RS ME SRR R — RIS TR TV

1. Zr 54T gRNA B 5 g1,82,83,84 K7 3] VK005-103 # ik, 435

VK005-103-g1;
VK005-103-g2;
VK005-103-g3;
VK005-103-g4:

T4

2. f4J% VK005-103-g1g2: VK005-103-g1 i Ascl+Spel fi), HifignlfcfEs (rU6:
890bp) , A AFIH Ascl+Avrll F1] ¥ VKO05-103-g2 1. fiv 4 : VK005-103-glg2

3. F4J# VK005-103-g3g4: VK005-103-g3 FJ Ascl+Spel 1], BORE[AIcE 47 (rUe6:
890bp) , A FIH Ascl+Avrll B[] VKO05-103-g4 H'. fiy44: VK005-103-g3g4

4. K% VK005-103-g1g2g3g4: VK005-103-g1g2 FH Ascl+Spel figt), Mo e ml el iy
(ruU6: 2x890bp) , A ZIH Ascl+Avrll fif ][] VK005-103-g3g4 F'. fir44:

VKO005-103-glg2g3g4

CABESRAE, g 22 S R RAE i iy 2 [ — /\i%izﬁbﬁ*lﬂlj H Ascl+Spel

B DIREAT v B O S0 L, A I B0 /55 AR BRI P BOR
NERPH, P AT Al e IS

FABAEYIAH DA &

spCas9 CRSIPR JJURLH B XTI RS :

VKO005-01: 1&H TH-7HAEY), FealH T /K, WaRbitt
‘ <4 — - )

Hyg 355 rU6 gRNA mpCas9 Ubi

VKO005-02: J&H T 5 FHAaY), Rl Tk, Rig Bk
‘ — — - ) (e

35§ rUué gRNA mpCas9 Ubi

VKO005-05: i ] 1Ay, e smpitt
‘ D — - ) {—

Hyg 35S wlU6e gRNA mpCas9 Ubi

VKO005-06: & THF Y, e BEbirE
ﬂ — — ) ) a—

3558 wU6 gRNA mpCas9 Ubi
VK005-07: Lﬂ%?$¥ﬂ+$ﬁ¢% R ERDUE

‘_—‘—

Nos rué gRNA mpCas9 Ubi

— & BT

-

RB

-

RB

-

RB

-

RB

-

RB
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bR ME LR A YRR FRA ]
VKO005-09: & T-Hym4EY), IR =Pk

) e — - ) -
LB KanR Nos wU6 gRNA mpCas9 Ubi RB
VKO005-11: 1&H T H.7H4EY), GFP fifiikhsid
ﬂ =) ) — =)
GFP 358 rUé gRNA mpCas9 Ubi RB

VK005 13: EHTH-Frr4EY), GFP Jiikssic
- ) ) — =)

GFP 355 wU6 gRNA mpCas9 Ubi RB
VK005 14: R TXCTHHAEY, W R it
LB Hyg 355 atus gRNA dpCas9 2X355 RB

VKO005-15: @& H A7 HHEY), S EpubE

- amm <. _-#

LB Bar 358 atué gRNA dpCas9 2 X358

VKO005-16: &M XU, RIRsE R Pt

-} <4 — - (e ‘
KanR Nos atue gRNA dpCas9 22X355

SaCas9 CRSIPR R ERAFI AR F:

saCas9 ) PAM J¥ 51 AR 5 F1) LL 5 FH 1) spCas9 #K, BY 1) DNA 45 s 4r,
off-target 2% 5 /N, I H AR I B spCas9 /N, BRI Y # F7K .

VKO005-101: saCas9, &M T X7 M4y, &Rt

LB Hyg 355  atU6 gRNA dsaCas9 2X35S RB
VKO005-102: saCas9, &M T X5 mHHdy, wepitt

- w—) ) — B s

LB Bar 35S atU6 gRNA dsaCas9 2X35S RB
VK005-103: saCas9, & H T H7IHEY, FrRalH Tk, Wi&ERbit
LB Hyg 35S rU6  gRNA msaCas9 Ubi RB
VKO005-104: saCas9, &M T #4840, Tl Tk, FE B
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R HE LB RE R R A F

- s )

=)

LB Bar 35S rU6  gRNA msaCas9 Ubi RB
VKO005-105: saCas9, i&H T XU TI4a4, GFP ffiikfrid
LB  GFP 35S  atU6 gRNA dsaCas9 2X35S5 RB

Cpfl CRSIPR R M EAFIE RT:

Cpfl B¢ CRISPR Cas9 ff, HARMIMK) PAM 414 5’

RNAT

viti, PAM J#41: TTTN.

BYYJ) DNA P= AR P K v . Cpf1 RN FHKE 9K CRSIRPgRNA #E Sy vhyal, HA

PRI Y H o
VKO005-201: Cpfl, &M T-H#7H-Hd),

m (o )

LB  Hyg 35S  rU6 gRNA
VKO005-202: Cpfl, i& T 71H-+E4),

- —)

SRR, R R P

~ -

mpCpf1l Ubi RB
Ve KA, Rtk

=)

LB Bar 35S rU6  gRNA mpCpf1 Ubi RB
VKO005-203: Cpfl, &M FXFH+%), wWaZpirt

LB  Hyg 35S atU6 gRNA dpCpf1 2X35S RB
VKO005-204: Cpfl, & TXCFHAEY), HEBEHibE

LB Bar 35S atU6 gRNA dpCpf1l 2X35S RB
VKO005-205: Cpfl, &M TR, RIBEEPilE

LB KanR Nos atU6 gRNA dpCpf1 2X35S RB
VKO005-206: Cpfl, & T-XCFHFEY), GFP fiiikirid

LB GFP 35S atU6  gRNA dpCpf1l 2X35S RB
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