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Bf& CRISPR/Cas #{MEi I S(EARIEH

Cat# BGKO1 XUFMHEY (BFEFT), FIBRMEIRC

B#& CRISPR/Cas #HiEMBHATISEBE oRNA BRFS, BE—SRN, RESHMEEZE
Cas?/gRNA Fitid, ¥R FIRRESS ikl TEYBRERA. 2N Cos? EHABMFIANuE, X
APIETT U6 BEIFRIA ORNA Fol. EERMISLIE R, % CRISPR/Cas HAREHIFE SR ATRF
MY, 5= TTHE R R RE .
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B RABET U6 BT, REERMATRTEY, RN
B RAMER CaMV 358 BEhF, EEEE Cas? EH
B CaMV 358 Bl FRAMBRIIMEER
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AtU6 Promoter 19bp Targeting Sequence gRNA

TTATATACAG CTAGAGTCGA AGTAG TGATTGNNNNNNNNNNNNNNNNNNN GTTTTAGAGC TAGAAATAGC AAGTTAAAAT
AATATATGTC GATCTCAGCT TCATCACTA ACNNNNNNNNNNNNNNNNNNNCAAA ATCTCG ATCTTTATCG TTCAATTTTA

"

\ e
\
N, _—

BB us Y sc ¥ e3s5 Cas9 355 Hygro | -ﬁ

Feature of plasmid

LB Leftborder of T-DNA Cas9 Optimized Cas9

RB Rightborder of T-DNA NOSTer NOS terminator

U6 Arabidopsis U6 promoter 358 CaMV 35S promoter

SG sgRNA Hygro Hygromycin selection marker
e35S Enhanced 35S promoter PolyA Ter PolyA terminator

FEERAARE (FEBF-20°C (777 , BAREGE)

FmEiE 10k, £S: BGKO1

Buffer Anneal 300 ul

Vector-BGKO1 20 ul

Enzyme Mix 10yl
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Bt ORNA BBRFF. FlaniEEERF5 CCCCTCGGACCTICICCICCAGG, (RAIFF—RRIERE

19bp, 48 AGG % PAM F31), R TFFIAR Oligo. &

EL£4 B Oligo K5,

UP: 5 -TGATTGCCCCTCGGACCTCTCCTCC
LOW: 5" —AAACGGAGGAGAGGTCCGAGGGGCA

& Oligo —B k. K& A Oligo MiKAafEZE 10 uM,
BETIRNEZRESR, 95°C m# 3 4%, REUY
0.2°C/FbEEI8FEE 20°C  (IEKH PCR 1) .

Buffer Anneal 18 pl
UP Oligo 1 ul
Low Oligo 1l
Total 20 pl

¥ Oligo —B{&#yEZE CRISPR/Cas Hifls. 1% TR
FREKEREENAS, BRIRER (20°0C) KK 1
VN

H,O 6 pl
CRISPR/Cas Vector 2 ul
Oligo —Efk 1ul
Enzyme Mix 1l

Total 10 ul

SERRESBECRGTE. 35 vl REKRMEIZED 50
Ul R SZASUE, SRIRKAEE 30 o8 iR
RE), FEREREFRE), BRI, 42°C M 60, iz
BB F kL 2 4%h; in A 500 pul SOB/LB, 37°C 200 rom
BF 1NN BUEEBERRTTRERPBERN LB iR
£, 37°C HEIRES.

AT A3 8] B 4% W 3 (www.biogle.cn)
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RIFETIFHERNFSIINF, ISEERZNFSH S -CCCAGICACGACGITGTAAA-3’ .
AAGGCGATTAAGTTGGGTAACGCCAGGGTTTTCCCAGTCACGACGTTGTAAAACGACGGCCAGTGCCAAGCTTCATTCGGAGTTTTTGTATC
TTGTTTCATAGTTTGTCCCAGGATTAGAATGATTAGGCATCGAACCTTCAAGAATTTGATTGAATAAAACATCTTCATTCTTAAGATATGAA
GATAATCTTCAAAAGGCCCCTGGGAATCTGAAAGAAGAGAAGCAGGCCCATTTATATGGGAAAGAACAATAGTATTTCTTATATAGGCCCAT
TTAAGTTGAAAACAATCTTCAAAAGTCCCACATCGCTTAGATAAGAAAACGAAGCTGAGTTTATATACAGCTAGAGTCGAAGTAGTGATTG=

———19bp-Target-Sequence—— GTTTTAGAGCTAGAAATAGCAAGTTAAAATAAGGCTAGTCCGTTATCAACTTGAAAAAGTGGC

ACCGAGTCGGTGCTTTTTT

SEFES). AtU6 Promoter B EFF: SG-RNA Sequence EHE  WFESY
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