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LOCUS pGGdestIScelIT2EG 7408 bp ds—DNA circular SYN 09-AUG-2021
SOURCE synthetic DNA construct
ORGANISM synthetic DNA construct
REFERENCE 1 (bases 1 to 7408)
AUTHORS
TITLE Direct Submission
JOURNAL  Exported Wednesday, Sep 28, 2022 from SnapGene 5.0.5 to Vector
NTI(R) format
https://www. snapgene. com
COMMENT VNTDATE | 956188800 |
COMMENT VNTDBDATE | 957398400 |
COMMENT VNTNAME | pGGdestIScel T2EG-3sgRNA |
FEATURES Location/Qualifiers
promoter complement (733..837)
/gene="bla”
/label=AmpR promoter
misc_feature 1478. . 1627
/label=Right end of Tol2
misc_feature 1651. . 1668
/label=1-Scel forward
primer bind 1738..1754
/label=M13 rev
/note="common sequencing primer, one of multiple similar
variants”
protein_bind 1773. . 1897
/gene="mutant version of attR”
/label=attR4
/bound moiety="LR Clonase (TM)”
/note="recombination site for the Gateway(R) LR reaction”
CDS complement (1938..2243)
/codon_start=1
/gene="ccdB”
/product="CcdB, a bacterial toxin that poisons DNA gyrase”
/label=ccdB
/note="Plasmids containing the ccdB gene cannot be
propagated in standard E. coli strains.”
CDS complement (2585. . 3244)
/codon_start=1
/gene="cat”
/product="chloramphenicol acetyltransferase”
/label=CmR
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/note="confers resistance to chloramphenicol”
complement (3298. . 3328)

/label=lac UV5 promoter

/note="E. coli lac promoter with an ""up””
complement (3354. . 3477)

/gene="mutant version of attR”
/label=attR3

/bound moiety="LR Clonase (TM)”
/note="recombination site for the Gateway(R) LR reaction”
complement (3485. . 3501)

/label=M13 fwd

/note="common sequencing primer, one of multiple similar

mutation”

variants”

3520. . 3523

/label=3sgRNA feature sequence

3557..4034

/label=EF1-alpha promoter

4073. . 4645

/label=beta—-globin intron

/note="1intron from rabbit beta—globin gene”
complement (4696. . 4718)

/label=pdestdGFP2-

/note="sequence: GACCGGTGGATCCGTCGAGGAAT”
4719. . 4728

/label=Kozak sequence

4725. . 5444

/codon_start=1

/product="enhanced GFP”

/label=EGFP

/note="mammalian codon—optimized”
5480. . 5518

/label=pdestdGFP2+

/note="sequence: ATCGATGATGATCCAGACATGATAAGATACATTGATGAG”
5489. . 5623

/label=SV40 poly(A) signal

/note="SV40 polyadenylation signal”
complement (5743. . 5760)

/label=1-Scel reverse

5794..5993

/label=Left end of Tol2
complement (6027. . 6043)
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/label=SK primer
/note="common sequencing primer, one of multiple similar
variants”
promoter complement (6080. . 6098)
/label=T3 promoter
/note="promoter for bacteriophage T3 RNA polymerase”
primer bind complement (6119..6135)
/label=M13 rev
/note="common sequencing primer, one of multiple similar
variants”
protein bind 6143..6159
/label=lac operator
/bound moiety="lac repressor encoded by lacl”
/note="The lac repressor binds to the lac operator to
inhibit transcription in E. coli. This inhibition can be
relieved by adding lactose or
isopropyl-beta—-D-thiogalactopyranoside (IPTG).”
promoter complement (6167..6197)
/label=lac promoter
/note="promoter for the E. coli lac operon”
protein_bind 6212..6233
/label=CAP binding site
/bound moiety="E. coli catabolite activator protein”
/note="CAP binding activates transcription in the presence
of cAMP.”
rep origin complement (6521..7109)
/direction=LEFT
/label=ori
/note="high—copy—number ColEl/pMB1/pBR322/pUC origin of
replication”
CDS complement (join (7280. . 7408, 1..732))
/codon_start=1
/gene="bla”
/product="beta-lactamase”
/label=AmpR
/note="confers resistance to ampicillin, carbenicillin, and
related antibiotics”
ORIGIN
1 aatgataccg cgggacccac gctcaccgge tccagattta tcagcaataa accagccagce
61 cggaagggcc gagcgeagaa gtggtcectge aactttatce gectccatce agtctattaa
121 ttgttgccgg gaagctagag taagtagttc geccagttaat agtttgegea acgttgttge
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cattgctaca
ttcccaacga
cttcggtecet
ggcagcactg
tgagtactca
ggcgtcaata
aaaacgttct
gtaacccact
gtgagcaaaa
ttgaatactc
catgagcgga
atttccccga
aatttttgtt
aaatcaaaag
ctattaaaga
ccactacgtg
aatcggaacc
agaactcatc
gacggctact
aacaaggctc
gaaatgcccet
ttccacacag
aattttactc
gtatctgget
gagtattaag
tttaagettt
gaaacagcta
aaacgtaaaa
cataatactg
ataagggagc
ttttcgeggt
atatcggtgg
cgggggactt
ggcgtgtcaa
taggtgtaaa
catttcaata
ggcacgcaga
atcatatatg
ttcatagcat
cgcaaaaatc
tagattacgc

ggcatcegtgg
tcaaggcgag
ccgatcgttg
cataattctc
accaagtcat
cgggataata
tcggggegaa
cgtgcaccca
acaggaaggc
atactcttcc
tacatatttg
aaagtgccac
aaatcagctc
aatagaccga
acgtggactc
aaccatcacc
ctaaagggag
agcctecececeg
acatggtgcce
ttggatacga
ctgatctgca
gtcagaggtt
aagtgaaagt
agaatcttac
gaagtaaaag
taatctcaaa
tgaccatgat
tgatataaat
taaaacacaa
ctgacattta
ggctgagatce
tcatcatgceg
tatctgacag
taatatcact
ccttaaactg
aaccgggega
cgacgggcett
ccttgagcaa
acctcttttt
agcgcgcaaa
ccecgeeetge

tgtcacgctce
ttacatgatc
tcagaagtaa
ttactgtcat
tctgagaata
ccgcgecaca
aactctcaag
actgatcttce
aaaatgccge
tttttcaata
aatgtattta
ctaaattgta
attttttaac
gatagggtty
caacgtcaaa
ctaatcaagt
cceceegattt
gtccatctac
attccttect
gtacgcctac
aaagacgtga
tgtccaggag
acaagtactt
ttgagtaaaa
taaaagcaag
aaacattaaa
tacgccaagc
atcaatatat
catatccagt
tattccccag
agccacttcet
ccagctttca
cagacgtgca
ctgtacatcc
catttcacca
cctcagccat
cattctgcat
ctgatagctg
gacatacttc
tacgcatact
cactcatcgce

WALERINTHRMAR 7 SHHRIBIKER 430072

zebrafish@ihb.ac.cn

gtcgtttggt
ccccatgttg
gttggccegea
gccatccecgta
gtgtatgegg
tagcagaact
gatcttaccg
agcatctttt
aaaaaaggga
ttattgaagc
gaaaaataaa
agcgttaata
caataggccg
agtgttgtte
gggcgaaaaa
tttttggggt
agagcttgac
ccacgtacca
ctttatagga
ctgttggacc
atatctgttc
ttcttgacag
agggaaaatt
gtaaaaaagt
tagggataac
tgaaatgcat
tatcaacttt
taaattagat
cactatggtc
aacatcaggt
tccecgataa
tccecgatat
ctggcecaggg
acaaacagac
gcecectgtte
cccttecetga
ggttgtgett
tcgetgtcaa
gggtatacat
gttatctgge
agtactgttg

B iE:
g ik

atggcttcat
tgcaaaaaag
gtgttatcac
agatgctttt
cgaccgagtt
ttaaaagtgc
ctgttgagat
actttcacca
ataagggcga
atttatcagg
caaatagggg
ttttgttaaa
aaatcggcaa
cagtttggaa
ccgtctatca
cgaggtgeceg
ggggaaagce
atgcaccaat
atggagacta
caggtcattg
agacacccat
aggtgtaaaa
ttactcaatt
actccattaa
agggtaatta
cagtagagac
gtatagaaaa
tttgcataaa
gacctgcaga
taatggecgtt
cggagaccgsg
gcaccaccgg
ggatcaccat
gataacggct
tcgtcggcaa
ttttccgett
accgaaccgg
ctgtcactgt
atcagtatat
ttttagtaag
taattcatta
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tcagctceccgg
cggttagcecte
tcatggttat
ctgtgactgg
gctcttgecece
tcatcattgg
ccagttcgat
gegtttetgg
cacggaaatg
gttattgtct
ttcecgegeac
attcgcgtta
aatcccttat
caagagtcca
gggcgatggce
taaagcacta
gggetggeta
tggccacaat
ccteetgtee
cacaacacca
atccactctg
agtactcaaa
aaaagtaaaa
aattgtactt
gagattcttg
cctcgagcag
gttgaacgag
aaacagacta
ctggectgtgt
tttgatgtca
cacactggcec
gtaaagttca
ccgtecgececeg
ctctetttta
aagagccgtt
tccagegtte
agatattgac
aatacgctgce
attcttatac
ccggatccte
agcattctge
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cgacatggaa
tgtcgeettg
tggccacgtt
tattctcaat
gcgaatatat
acgtttcagt
gctcaccgte
tgtgaataaa
taatatccag
aatgttcttt
ccattttage
tatacgagcc
actggatatg
atatattgat
attcactgge
gcattcagtg
aaaagccagc
ttaagtgtcg
ttacattctg
ttcetttege
agtgctactg
cgcctetage
gaggcggeta
gcgagttcta
ggggaccctt
caaagttttc
atgataattt
cttttcattt
attcactttt
caatcagggt
atgataaggt
tagaaacaac
actgtttgag
tcatgecctte
tcattttgge
aggagctgtt
acaagttcag
agttcatctg
cctacggegt
agtccgccat
actacaagac

gccatcacaa
cgtataatat
taaatcaaaa
aaacccttta
gtgtagaaac
ttgctcatgg
tttcattgece
ggccggataa
ctgaacggtc
acgatgccat
ttccttaget
ggaagcataa
ttgtgtttta
atttatatca
cgtcgtttta
caggatcagg
gaccctttee
gcttaaggtce
aaattctcag
cctaacttcg
ggagttgtag
actttgggaa
tataaagggt
gctgaagett
gattgttctt
agggtgttgt
tgtttettte
tctgtaactt
gtttatttgt
atattatatt
agaatatttc
tacaccctgg
atgaggataa
ttctetttee
aaagaattcc
caccggggtly
cgtgtcegge
caccaccgge
gcagtgette
gcccgaagge
ccgegeegag

acggcatgat
ttgcccatgg
ctggtgaaac
gggaaatagg
tgccggaaat
aaaacggtgt
atacggaatt
aacttgtget
tggttatagg
tgggatatat
cctgaaaatc
agtgtaaagce
cagtattatg
ttttacgttt
cggtacgcta
gggatcatct
aatgcaaatc
cactatcaga
gcatgcaagc
tgataactcg
tatacaagac
ttctggactt
ggttaaggcce
cctgcaggte
tetttttege
ttagaatggg
actttctact
tttcgttaaa
cagattgtaa
gtacttcagce
tgcatataaa
tcatcatcct
aatactctga
tacagctcct
tcgacggatce
gtgcccatcece
gagggcgags
aagctgcecccg
agccgctacce
tacgtccagg
gtgaagttcg
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gaacctgaat
tgaaaacggg
tcacccaggg
ccaggtttte
cgtcgtggta
aacaagggtg
ccggatgagce
tatttttett
tacattgagc
caacggtggt
tcgacggatce
ctgggggtgc
tagtctgttt
ctcgttcaac
geggtetete
aatcaagcac
aaacttgcaa
tgtaaacagc
tagcttatga
cgegtttcac
gcttacagge
gatgatgtca
cggttcgetce
gaccgatcct
tattgtaaaa
aagatgtccc
ctgttgacaa
ctttagcttg
gtactttctce
acagttttag
ttctggetgg
gcectttetet
gtccaaaccg
gggcaacgtg
caccggtcge
tggtcgaget
gcgatgcecac
tgceetggece
ccgaccacat
agcgcaccat
agggcgacac

B iE:
g ik

cgccagegge
ggcgaagaag
attggctgag
accgtaacac
ttcactccag
aacactatcc
attcatcagg
tacggtcttt
aactgactga
atatccagtg
ctaactcaaa
ctaatgcggce
tttatgcaaa
tttattatac
caaggtacca
aaataagggg
ttctttgeeg
cttatctaac
cgcactaggg
tcaacagctg
tgaatgttct
tggttaatcc
tcttectecac
gagaacttca
ttcatgttat
ttgtatcacc
ccattgtctce
catttgtaac
taatcacttt
agaacaattg
cgtggaaata
ttatggttac
ggceectetg
ctggttgttg
caccatggtg
ggacggcgac
ctacggcaag
caccctegtg
gaagcagcac
cttcttcaag
cctggtgaac
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atcagcacct
ttgtccatat
acgaaaaaca
gccacatctt
agcgatgaaa
catatcacca
cgggcaagaa
aaaaaggccg
aatgcctcaa
atttttttet
atccacacat
cgccatagtg
atctaattta
atagttgata
ttaatagtgt
cgtgtaacac
tttttatcat
aaaggtatca
agtgccaccce
catccgecect
gtcaagaccc
ccgeccagta
cgggtetgeg
gggtgagttt
atggaggggs
atggaccctc
ctcttatttt
gaatttttaa
tttttcaagg
ttataattaa
ttcttattgg
aatgatatac
ctaaccatgt
tgctgtcetceca
agcaaggegcg
gtaaacggcc
ctgaccctga
accaccctga
gacttcttca
gacgacggca
cgcatcgagce
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5101
5161
5221
5281
5341
5401
5461
5521
5581
5641
5701
5761
5821
5881
5941
6001
6061
6121
6181
6241
6301
6361
6421
6481
6541
6601
6661
6721
6781
6841
6901
6961
7021
7081
7141
7201
7261
7321
7381
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tgaagggcat
acaacagcca
tcaagatccg
acacccccat
ccgeectgag
ccgeegeegg
gtggagcetcg
tggacaaacc
tattgcttta
tcattttatg
ctacaaatgt
attggtttgg
ttgactgtaa
aagtaaaagt
taatacttaa
accccctacce
ggagctccag
catagctgtt
gaagcataaa
tgcgetcact
gccaacgege
actcgetgeg
tacggttatce
aaaaggccag
ctgacgagca
aaagatacca
cgcttaccgg
cacgctgtag
aacccccecegt
cggtaagaca
ggtatgtagg
ggacagtatt
gctcttgate
agattacgcg
acgctcagtg
tcttcaccta
agtaaacttg
gtctatttceg
agggcttacc

cgacttcaag
caacgtctat
ccacaacatc
cggcgacgge
caaagacccc
gatcactctc
aattaattca
acaactagaa
tttgtaacca
tttcaggttce
ggtatggetg
taatagcaag
ataaaattgt
aaaagtattg
gtacagtaat
ttcagcaagc
cttttgttee
tcctgtgtga
gtgtaaagcc
gceegettte
ggggagagegc
ctcggtegtt
cacagaatca
gaaccgtaaa
tcacaaaaat
ggcgtttecee
atacctgtcc
gtatctcagt
tcagcccgac
cgacttatcg
cggtgctaca
tggtatctge
cggcaaacaa
cagaaaaaaa
gaacgaaaac
gatcctttta
gtctgacagt
ttcatccata

atctggccce

gaggacggca
atcatggccg
gaggacggca
ccegtgetge
aacgagaagc
ggcatggacg
tcgatgatga
tgcagtgaaa
ttataagctg
agggggaggt
attatgatcc
ggaaaataga
aaggagtaaa
atttttaatt
caagtaaaat
ccagcagatc
ctttagtgag
aattgttatc
tggggtgeet
cagtcgggaa
ggtttgegta
cggetgegge
ggggataacg
aaggccgegt
cgacgctcaa
cctggaagcet
geetttetee
tcggtgtagg
cgetgegeet
ccactggcag
gagttcttga
gctctgetga
accaccgctg
ggatctcaag
tcacgttaag
aattaaaaat
taccaatgct
gttgcctgac
agtgcectge
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acatcctggg
acaagcagaa
gcgtgcaget
tgccecgacaa
gcgatcacat
agctgtacaa
tccagacatg
aaaatgcttt
caataaacaa
gtgggaggtt
tctagatcag
atgaagtgat
aagtactttt
gtactcaagt
tactcaagta
cactagttct
ggttaattgce
cgctcacaat
aatgagtgag
acctgtcgtg
ttgggecgete
gagcggtatc
caggaaagaa
tgetggegtt
gtcagaggtg
ccectegtgeg
cttcgggaag
tecgttecgete
tatccggtaa
cagccactgg
agtggtggcce
agccagttac
gtageggteg
aagatccttt
ggattttggt
gaagttttaa
taatcagtga
tceceegtegt

B iE:
g ik

gcacaagctg
gaacggcatc
cgccgaccac
ccactacctg
ggtcetgetg
gtaaagcggce
ataagataca
atttgtgaaa
gttaacaaca
ttttaaagca
atattaccct
ctccaaaaaa
ttttctaaaa
aaagtaaaaa
ctttacacct
agagcggeceg
gegettggeg
tccacacaac
ctaactcaca
ccagctgcecat
ttcegettee
agctcactca
catgtgagca
tttccatagg
gcgaaacccg
ctctectgtt
cgtggegett
caagctgggce
ctatcgtctt
taacaggatt
taactacggc
cttcggaaaa
tttttttgtt
gatcttttet
catgagatta
atcaatctaa
ggcacctatce
gtagataact
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gagtacaact
aaggtgaact
taccagcaga
agcacccagt
gagttcgtga
cgccaccgceg
ttgatgagtt
tttgtgatge
acaattgcat
agtaaaacct
gttatcccta
taagtacttt
aaatgtaatt
tccccaaaaa
ctggttettg
ccaccgeggt
taatcatggt
atacgagccg
ttaattgcgt
taatgaatcg
tcgctcactg
aaggcggtaa
aaaggccagc
ctcecgececcce
acaggactat
ccgaccctge
tctcatagcet
tgtgtgcacg
gagtccaacc
agcagagcga
tacactagaa
agagttggta
tgcaagcagc
acggggtctg
tcaaaaagga
agtatatatg
tcagcgatct
acgatacggg




EzKEEMFRRFEERMD & FRPO
China Zebrafish Resource Center (CZRC)
National Aquatic Biological Resource Center (NABRC)

it ik HHE BRI TR 7 SRIBK&ERT 430072 B iE: (027)68780570
HB #4: zebrafish@ihb.ac.cn ik www.zfish.cn




