obw i uunsum

JRRL B A
JR AL 44 R
SREE AR
AR HRAEARE R
AR A TR
BARPUIE:
TRAR KA
BARAS
AR
s DU DL
A A
ARG R
T N = R 44 R
PIAPR I
Jash¥
SLRE T
5" SEREAL R
3" mBEAL A
5" W51
SCHR 5| 7
PR V2350 47

225 SR ER )

JURE P B

(2015) Drdl

(1962 .. 1981) pBR3220ri-F

(1944) BssSal
(1919) Beivl

(1817) PspFl
(1813) BseYl -
%

(1708) AlwNI

(1358) Mlul
(1329) Banll - Sacl S
(1327) EcoS3kl
(1318} BstX1

(1263) BsaAl
(1230) BssHIl
(1157) Nael
(1155) NgoMIV

pTargetF
bio-82477

Trc99a

MW E =R

2117 bp

Replaced Amp with aadA
AT #RIL, CRISPR
EEL

37°C

sgRNA

Synthetic

pij23119

PR 1 A )

RINCRIEIR)

ARHN CRAEIA)

MoClo-F (agcgaggaagcggaagagcg)

pTargetF was a gift from Sheng Yang (addgene plasmid # 62226)

Multigene editing in the Escherichia coli genome using the CRISPR-Cas9
system. Jiang Y, Chen B, Duan C, Sun B, Yang J, Yang S. Appl Environ
Microbiol. 2015 Jan 30. pii: AEM.04023-14. 10.1128/AEM.04023-14
PubMed 25636838
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JiukE 41

LOCUS pTargetF 2117 bp ds-DNA circular SYN 10-JAN-2018
DEFINITION Constitutive expression of sgRNA without donor editing template DNA.
ACCESSION
VERSION
KEYWORDS pTargetF
SOURCE synthetic DNA construct
ORGANISM synthetic DNA construct
REFERENCE 1 (bases 1 to 2117)
AUTHORS Jiang Y, Chen B, Duan C, Sun B, Yang J, Yang S
TITLE Multigene editing in the Escherichia coli genome using the
CRISPR-Cas9 system.
JOURNAL Appl Environ Microbiol. 2015 Jan 30. pii: AEM.04023-14.

PUBMED 25636838

COMMENT This file is created
COMMENT ORIGDB|GenBank
COMMENT VNTAUTHORNAME COMMENT VNTNAME |pTargetF |
FEATURES Location/Qualifiers
source 1..2117

/organism="synthetic DNA construct"

/mol type="other DNA"

primer bind 98..115

/label=L4440
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/note="L4440 vector, forward primer"

promoter 192..226

/label=J23119 (Spel) promoter

/note="bacterial promoter (Registry of Standard Biological

Parts BBa J23119) modified to end with an Spel site"

misc RNA 247..322

/label=gRNA scaffold

/note="guide RNA scaffold for the Streptococcus pyogenes

CRISPR/Cas9 system"

CDS 508..1299

/codon_start=1

/gene="aadA"

/product="aminoglycoside adenylyltransferase (Murphy,

1985)"

/label=SmR

/note="confers resistance to spectinomycin and

streptomycin"

/translation="MREAVIAEVSTQLSEVVGVIERHLEPTLLAVHLYGSAVDGGLKPH

SDIDLLVTVTVRLDETTRRALINDLLETSASPGESEILRAVEVTIVVHDDIIPWRYPAK

RELQFGEWQRNDILAGIFEPATIDIDLAILLTKAREHSVALVGPAAEELFDPVPEQDLF

EALNETLTLWNSPPDWAGDERNVVLTLSRIWYSAVTGKIAPKDVAADWAMERLPAQYQP

VILEARQAYLGQEEDRLASRADQLEEFVHYVKGEITKVVGK"

rep origin 1473..2061

/direction=RIGHT
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/label=ori

/note="high-copy-number ColEl/pMB1/pBR322/pUC origin of

replication”

primer bind

ORIGIN
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901

961

1962..1981

/label=pBR3220ri-F

/note="pBR322 origin,
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forward primer"
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