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VIEWSOLID BIOTECH

b B Y ST AR A R IRA R
TE¥) Cpf1/gRNA R RLF & A7 & (Catalog. No. VK005-203)
WM EYD, W& RPuiE)

= A2 Y,
H % VK005-203S VK005-203L
Cpf1/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

CRISPR/Cas A2 2l b A1 7 4H 1 75 A HHTE A sk R R TR B 1 — i I 14 B 38 B
8, IR BT D) AN B9 EE S DNA ORI R . N o0& ) Cas9/gRNA R G0iH
it gRNACshort guide RNA) 5|5 Cas9 & FH IR FEBIDIT A gRNA 8 5 1) XUEE DNA,
FH 225 DR Rl B RAS 16 2w DNA 25 804

Cpfl ¥4 ¥ CRISPR Cas9 M, H AR PAM /7 5I7E 57 %, PAM J¥41: TTIN.
B L) DNA FRAE R A S, N A2,

BT R P T (5t gRNA BB 557 5138 A\ 2] Cpfl/gRNA ki . 4%
1 () CpfL/gRNA kL BE [F] i X Y & 15 L) Cpfl &2 H & gRNA, N
CRISPR i ARHEAT H s 2 PR (1) i ok A G i

k. 1) 35SJE BT RIAEYEN FAR ALK Cas9tE

2) XFM37 UTRER B Cas9tE H R IA KT

3) HAFEFTU6 G 8T 3RIAeRNA, & H FXF I AEY 5

4) 35SJHENTRIEHF R P

5) %> gRNAKL 8 2| [7] — e fk
Ak eRNAS 5 20bp Bk
NNNNN GATNNNNNNNNNNNNNNNNNNNN TTTNNNNN
NNNNNCTA NNNNNNNNNNNNNNNNNNNNAAA NNNNN

WIS FTHT gRNA R 5I RIS 56 3
T2 M D #% 3BT 514 oligo:

Target-Sense: 5° —-GAT-gRNAsense
Target-Anti: 5° —AAA-gRNAanti

BN gRNA FHE S 47 B N TTTCCAGTTCTAAATAATGGCAAA (L. 1RSI 41 K4
18-20bp; RS 5t: PAM F41) . #%M gRNA I8 5551 % R I oligo, FF#E4T4 B,
EE: oligo ANRENN_E PAM JF31.

Target-Sense: 5’ —GATCAGTTCTAAATAATGGCAAA-3”  CIEIFJF41))
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JE M S EAE YR E R A
Target-Anti: 5° —AAATTTGCCATTATTTAGAACTG-3" (M HANFH)

e 77 ¥
EE: WEAAE)E, EHREROWE, BREIUKEEE E.

SB—: oligo ZF4E (oligoduplex) KIFEHL

GATNNNNNNNNNNNNNNNNNNNN
NNNNNNNNNNNNNNNNNNNNAAA

5 B oligo 70 BIMRERL 10uM, 4240 F LEBIR &

Target—Sense SuL
Target-Anti SuL
H20 15uL
I AR A 25uL

RAJE, LM N AL EE .

95°C3min
95°CH| 25°CEZAGYA N, Hlln -1°CI20S B HFEME AE 95CKH, HRA
HE=ER
16°C5min
HB: oligo ZRERABHifkF
Cpf1/gRNAVector 1pL
LR oligo — 544 e
Solution 1uL
Solution2 1uL
H20 6uL
AR R 10pL
16 CJRY. 2 7N o
BE= ¥

HOD B [ i 2472 4)5-10puL i N BRI 7R (1)50uL DHSaZ 2 254, 3R
5], VK305, 42 CHIHO0RS, vK B E 258, SRS INIAB0058 T EHilB, &
TITCHEEREIRY, 1708, SH—/DBEiR K9Pt (Kana+) FIPAR.

MR TERE R 22 %8

PRESN A REVERERE, AT BRI, 15 S ECEAmI b )
FlFEBURL, AR 7 G R s AN AR . A SRER — U P A A B IER SR, i
IESAN I FPAE i, BEATIUFE o
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LSRRI A R A A
sqprimer:GATGAAGTGGACGGAAGGAAGGAG. 745 451 7 W SRS i o

JORE B -
35S promoter atu6-gRNA

\ [\/ caMV-term
,,1/ _—

Hygromycin 3 "
355 PolyA y h

T-Border(left) /\\
KanR

vk005-203 | s
15139 bp
[7\\\
N 3
pVSl-rep { o \ 2X35S
By \T—Border(rig ht)
pVSLSTA

VK005-203 R R E:
LB Hyg 35S atU6 gRNA dpCpfl 2X35S RB

BT
SR, V8 B HANM P25 25R )5, FRREAT 7 A1 L Xt

CATCTTCATTCTTAAGATATGAAGATAATCTTCAAAAGGCCCCTGGGAATCTGAAAGAAGAGAAGCAGG
CCCATTTATATGGGAAAGAACAATAGTATTTCTTATATAGGCCCATTTAAGTTGAAAACAATCTTCAAA
AGTCCCACATCGCTTAGATAAGAAAACGAAGCTGAGTTTATATACAGCTAGAGTCGAAGTAGTGATTGT
TAATTTCTACTCTTGTAGAT---gRNA---Target---TTTTTTTACTAGTTTTGATCTTGAAAGATCTTT
TATCTTTAGAGTTAAGAACTCTTTCGTATTTTGGTGAGGTTTTATCCTCTTGAGTTTTGGTCATAGACC
TATTCATGGCTCTGATACCAATTTTTAAGCGGGGGCTTATGCGGATTATTTCTTAAATTGATAAGGGGT
TATTAGGGGGTATAGGGTATAAATACAAGCATTCCCTTAGCGTATAGTATAAGTATAGTAGCGTACCTC
TATCAAATTTCCATCTTCTTACCTTGCACAGGGCCTGCAACCTTATCCTTCCTTGTCTTCCTCCTTCCT
LCCGTCCACTTCATCATATTTAAACCAAACCTACGGGGGAGTCAACGTAACCAACCCTGCCTTAGC
MR 514

—XERBAHE SRR F — N RIE R ¥

1. 7754 gRNA HE A g1,82,83,84 F4 % 2| VK005-203 #fkH, 75l fr 4
VK005-203-g1;
VKO005-203-g2;
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bR HE S LR A IR R TR A F]
VK005-203-g3;
VK005-203-g4;

)3 VK005-203-g1g2: VK005-203-g1 Fi Ascl+Spel 1], # i RIS FE 45 (ru6: £
520bp), fdi N ZFIF Ascl+Avrll ][] VK0O05-203-g2 A . T4 : VK005-203-glg2

FJ % VK005-203-g3g4: VK005-203-g3 F Ascl+Spel li§17), B &5 (rUe6:
520bp) , FEAFIH Ascl+Avrll BV VK005-203-g4 1. fi4: VK005-203-g3g4

F4J % VK005-203-glg2g3g4: VK005-203-g1g2 F Ascl+Spel B, H i [l 7t
(rU6: 2x520bp) , FHAZFIF Ascl+Avrll B VK005-203-g3g4 F1. #irf4:
VK005-203-glg2g3g4

PLULIEHE, W2 /NS R B — i @ B R — AN RIAFUR . B Ascl+Spel

D) BEAT SERE I BRI, A D) AT (1 /N5 8 R ER)  BOR DR A — 2. RO T

NEEFPH, Pl e ] Re s s

HADAE A SR &
spCas9 CRSIPR JR AL BRI E RS :
VKO005-01: &M T HpFriay, $ei M TKm, mERyit

355 rU6 gRNA mpCas9 Ubi RB
VKO005-02: ﬁﬁﬁ?ﬁ?”ﬁﬁ% R T KRS, B BRI

355 U6 gRNA  mpCas9 Ubi RB
VKO005-05: &M T HFrtady, WERbitE

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

355  wU6 gRNA  mpCas9 Ubi RB
VK005-07: ﬂﬁ?%%ﬂﬂﬁ% RIERDME

Nos U6 gRNA  mpCas9 Ubi RB
VK005-09: ﬂﬁ?%%ﬂﬂﬁ% R E RPN
LB KanR Nos wU6 gRNA mpCas9 Ubi RB
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Jb e ML E AR B R A F
VKO005-11: & THFHHEY), GFP fiiikisic
) e — - ) (aE— -
LB GFP 35S rué gRNA mpCas9 Ubi RB

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

- amm <) ) G Em )

LB GFP 355 wU6 gRNA mpCas9 Ubi RB
VKO005-14: & T X7 HHAEY), #lE Rt
LB Hyg 355 atué gRNA dpCas9 2X355 RB

VKO005-15: & H T FHE8), Fepiit

- amm - _-#

LB Bar 358 atUe gRNA dpCas9 2358
VKO005-16: &M T XM, RIBERDiE
KanR Nos atu6 gRNA dpCas9 2X358 RB

SaCas9 CRSIPR JiRiERFI & RS-

saCas9 [t) PAM J7- 5| AR 5 7 51 B i F ) spCas9 #f5K, B9 1] DNA [F4s 5= M S 47,
off-target KN B/, FF H A EE spCas9 /)y, TR N 8 71K

VKO005-101: saCas9, i&HTXFMHEYy, =Rt

Hyg 35S atU6 gRNA dsaCas9 2X35S RB
VKO005-102: saCas9, i&H T X7 M8y, e

Bar 35S atU6 gRNA dsaCas9 2X35S RB
VKO005-103: saCas9, i&H T HEY), FralH /KM, W&ERXbutE
- —-—- — o .
LB Hyg 35S rU6  gRNA msaCas9 Ubi RB
VKO005-104: saCas9, &M THFMHHEY), FenlH TR, St
LB Bar 35S rU6  gRNA msaCas9 Ubi RB
VKO005-105: saCas9, i&H T X FH1E%), GFP jiiiktric
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JEHHE LA YR A R A F

-

LB GFP 35S atlU6  gRNA

Cpfl CRSIPR R R RAFIE RS :

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

dsaCas9 2X35S RB

2l

B, PAMJF%: TTTN.

BIYT] DNA F= AR K i . Cpf1 AN FHKE YK CRSIRPgRNA #E S H e, HA

PR B N o
VKO005-201: Cpfl, i&H TH#THAHEY,

m (o )

LB Hyg 35S rU6 gRNA
VKO005-202: Cpfl, & TE-THIEY),

m (o )

Rl KR, WlE Rk

=)

mpCpfl Ubi RB
Yl KA, BB

o

LB  Bar 355 rU6 gRNA mpCpf1 Ubi RB
VKO005-203: Cpfl, &R TXFrHEY), WERpE

LB  Hyg 35S atU6 gRNA dpCpf1 2X35S RB
VKO005-204: Cpfl, i&HTX-FHHEY), HErEBihire

LB  Bar 35S  atU6 gRNA dpCpfl 2X35S RB
VKO005-205: Cpfl, &R FXFHEY), RIBERPME

LB  KanR  Nos atU6 gRNA dpCpf1 2X35S RB
VKO005-206: Cpfl, i&HTX-FHHEY), GFP fiiktric
e =

LB GFP 35S atU6  gRNA dpCpf1 2X35S RB
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