Additional Plasmid Sequences

pKR23

LOCUS pKR23 4815bp DNA circular SYN 20-AUG-2025

DEFINITION

ACCESSION pKR23

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 4815)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
source 1..1437
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""
source 410..1437
/organism="synthetic DNA construct"
/mol_type="other DNA"
/note="color: #ffffff"
/SECDrawAs="Info only"
/SECName="color"

/SECDescr="color: #ffffff"



CDS 410..1443
/gene="H2A1p"
/label=H2A1p
/note="color: #993366; direction: RIGHT"
/codon_start=2
/translation="LQVS"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="H2A1p"
/SECDescr="color: #993366; direction: RIGHT"
source 1438..1443

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/note="color: #ffffff"
/SECDrawAs="Info only"
/SECName=""color"
/SECDescr="color: #ffffff"

source 1438..1585

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="'source""
misc_feature 1444..1483
/label=Linker Kana 421-460
/note="color: #ffff00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Linker 2"

/SECDescr="color: #ffff00"



misc_feature 1490..1539

/label=BD Reverse Complementary to AFP
/note="color: #3366ff"
/translation="LILSPNLFF"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AFP(Pe) BD- AS"

/SECDescr="color: #3366ff"

misc_feature 1540..1573

/label=Linker
/note="color: #ffff00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Linker3"

/SECDescr="color: #ffff00"

misc_feature 1574..1585

CDS

CDS

/label=Intron splice enhancer (ISE)
/note="color: #00£f00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Intron splice enhancer (ISE)"
/SECDescr="color: #00ff00"
1586..1593
/gene="BP"
/SECDrawAs="Gene"
/SECStyleld=1
1586..1614
/gene="Canonical V1"

/SECDrawAs="Gene"



/SECStyleld=1

CDS 1586..1617
/gene="Canonical 3'SE V1"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 1599..1614
/gene="ppt"
/SECDrawAs="Gene"
/SECStyleld=1

misc_feature 1615..1616
/label=Acc SS
/note="color: #008000"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Acc SS"
/SECDescr="color: #008000"

source 1615..2109

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"'

CDS 1617..1618
/gene="3" Acceptor\Site"

/label=3" Acceptor\Site

/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="3" Acceptor\Site"

/SECDescr="color: #cc0000; direction: RIGHT"



CDS 1617..2060
/gene="mK-Ex2"
/label=mK-Ex2

/note="color: #cc0000"

/translation="GFTWERVTTYEDGGVLTATQDTSLQDGCLIYNVKIRGVNFPSNG

PVMQKKTLGWEASTEMLYPADGGLEGRSDMALKLVGGGHLICNLKTTYRSK
KPAKNLK

MPGVYYVDRRLERIKEADKETYVEQHEVAVARYCDLPSKLGHKLN"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mK-Ex2"
/SECDescr="color: #cc0000"

misc_feature 2065..2120
/label=Linker 361-400 Kana
/note="color: #ffff00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Linker4"
/SECDescr="color: #ffff00"

source 2110..4815
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

CDS 2121..2570
/gene="HSV1-pA"

/label=HSV1-pA



/label=HSV1-pA CDS

/note="color: #cc0000; direction: RIGHT"

/translation="AGL"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="HSV1-pA"

/SECDescr="color: #cc0000; direction: RIGHT"
gene complement(3650..4510)

/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"""
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF



LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW

MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin  join(4642..4815,1..282)
/direction=RIGHT
/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

ORIGIN

1 gatttagtgc tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta

61 gtgggccatc geectgatag acggtttttc geectttgac gttggagtce acgttcttta
121 atagtggact cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg
181 atttataagg gattttgccg atttcggect attggttaaa aaatgagctg atttaacaaa
241 aatttaacgc gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcagge
301 tgcgcaactg ttgggaaggg cgatcggtge gggectctte getattacge cageccaage
361 taccatgata agtaagtaat attaaggtac gggaggtact tggaggtacc ctgcaggtga
421 gttaatagct ctgecgeggag ggaggggatg gagagggggt ccttgatcge ctcccaacat
481 tactgagcta catcacctga geagtttcta ccccgattte tgtaacgagce agtttttctc
541 gttctgtgee ggegegegeg cgracacaca cacacacaca cacacacaca cacacacgge
601 tcagattcgg ccgcacccgg caaccgctag ggtgeatgga gacacattag gttacataac
661 ccttcaccgt gttcgaaacc ctttcttgat cgtgtgggtg getctgaaaa gagectttgg

721 gttcaggacg ccgaggaacg cctcacttgg agetggtgta cttggtgaca gecttggtge



781 cctcggacac ggegtgcettg gecagetege cgggeageag caggegaacg geegtetgea
841 cttcgcggga cgtgatggtg gagegcttgt tgtagtgtge caggegggag gectegetgg
901 cgatgcgctc gaagatgtca ttggcgaagg agttcatgat geccatggece ttggacgaga
961 tgceggtgte ggggtgeacc tgettcagea ccttgtacac gtagatagaa tagetctect
1021 tgcggeegeg cttgegctte ttgeegtect tettctgtge cttggtgaca gectttttag

1081 aacccttctt gggegeagga geegatttgg acgggtctgg catgatggcet gagtetctec
1141 aaacagaaac gcgeggegcet cggagtaact ctatttgtac gttttgtatt caaatgaagg
1201 ctcaggattt gctcacttct gattggatca aacgttgttc tacgtcatcg ctgggaaagg

1261 aatacgcaaa ttaggagtgc caggttcttt ttctgattgg ctaccatage catccaatcg

1321 aacgccgegg tctagectac ctetgtacca tacataaggg ctegetggec ttcactgecc
1381 tcttgttttt agtctegcett ttcggttgee gttgtctttt ttccttgact cggaaggegc

1441 gccgaagcag agttcagceca tgaatggaca accggagagt ggagaattct tgatcctttc
1501 tccaaatctc ttcttttaaa aaaaatccaa atctctccac ataagatgge aagatcctgg

1561 tatcggtctg cgacggggat gggggtacta acttcgagte ttcttttttt ttttaggget

1621 tcacatggga gagagtcacc acatacgaag acgggggcegt getgaccgct acccaggaca
1681 ccagccteca ggacggetge ctcatctaca acgtcaagat cagaggggtg aacttcccat
1741 ccaacggccc tgtgatgcag aagaaaacac tcggetggga ggectccacce gagatgetgt
1801 accccgetga cggeggectg gaaggceagaa gegacatgge cctgaagetce gtgggegggs
1861 gccacctgat ctgcaacttg aagaccacat acagatccaa gaaacccgct aagaacctca
1921 agatgcccgg cgtctactat gtggacagaa gactggaaag aatcaaggag gecgacaaag
1981 agacctacgt cgagcagcac gaggtggcetg tggecagata ctgegaccte cctagcaaac
2041 tggggcacaa acttaattga taaaggtcgt cagactgatg ggecctattc ggatattgag
2101 atgaggatcc aagcttgtaa gegggactct agggttcgaa atgaccgacc aagegacgcec
2161 caacctgcca tcacgagatt tcgattccac cgecgectte tatgaaaggt tgggettcgg
2221 aatcgttttc cgggacgecg getggatgat cctccagege ggggatctea tgetggagtt
2281 cttcgeccac cctaggggga ggctaactga aacacggaag gagacaatac cggaaggaac
2341 ccgegctatg acggcaataa aaagacagaa taaaacgcac ggtgttgggt cgtttgttca
2401 taaacgcggg gttcggtecc agggetggea ctetgtegat accccaccga gacgecattg

2461 gggccaatac geeegegttt cttecttttc cccaccecac cccccaagtt cgggtgaagg



2521 cccagggcte geagecaacg tcggggegge aggecctgec atagectcag ctcgagtatg
2581 tcgaccgatg cccttgagag ccttcaaccc agtcagetec ttecggtggg cgeggggeat
2641 gactatcgtc gecegeactta tgactgtctt ctttatcatg caactcgtag gacaggtgec
2701 ggcagcgctc ttcegcettee tegetcactg actecgetgeg cteggtegtt cggetgegge
2761 gagcggtatc agctcactca aaggeggtaa tacggttatc cacagaatca ggggataacg
2821 caggaaagaa catgtgagca aaaggccage aaaaggecag gaaccgtaaa aaggecgegt
2881 tgctggegtt tttccatagg ctccgeccce ctgacgagea tcacaaaaat cgacgctcaa
2941 gtcagaggtg gcgaaacccg acaggactat aaagatacca ggegtttcec cctggaagct
3001 ccctegtgeg ctetectgtt ccgaccctge cgettaccgg atacctgtee gectttetee
3061 cttcgggaag cgtggegctt tctcaatgcet cacgetgtag gtatctcagt tcggtgtagg
3121 tegttcgete caagetggge tgtgtgeacg aaccceecgt tcageccgac cgetgegect
3181 tatccggtaa ctatcgtctt gagtccaacc cggtaagaca cgacttatcg ccactggeag
3241 cagccactgg taacaggatt agcagagcga ggtatgtagg cggtgcetaca gagttcttga
3301 agtggtggcec taactacgge tacactagaa ggacagtatt tggtatctge getctgetga
3361 agccagttac cttcggaaaa agagttggta getcttgatc cggcaaacaa accaccgetg
3421 gtagcggtgg tttttttgtt tgcaagcage agattacgcg cagaaaaaaa ggatctcaag
3481 aagatccttt gatcttttct acggggtctg acgctcagtg gaacgaaaac tcacgttaag
3541 ggattttggt catgagatta tcaaaaagga tcttcaccta gatcctttta aattaaaaat

3601 gaagttttaa atcaatctaa agtatatatg agtaaacttg gtctgacagt taccaatgct
3661 taatcagtga ggcacctatc tcagcgatct gtctatttcg ttcatccata gttgectgac
3721 tcceegtegt gtagataact acgatacggg agggcttacc atctggeccc agtgetgeaa
3781 tgataccgcg agacccacgc tcaccggctc cagatttatc agcaataaac cagccagecg
3841 gaagggccega gegeagaagt ggtectgeaa ctttatccge ctecatccag tctattaatt
3901 gttgccggga agctagagta agtagttcge cagttaatag tttgcgeaac gttgttgeca
3961 ttgctacagg catcgtggtg tcacgetegt cgtttggtat ggettcattc agetccggtt
4021 cccaacgatc aaggcgagtt acatgatccc ccatgttgtg caaaaaagceg gttagetect
4081 tcggtcectee gategttgtc agaagtaagt tggecgcagt gttatcactc atggttatgg
4141 cagcactgca taattctctt actgtcatge catccgtaag atgcettttct gtgactggtg

4201 agtactcaac caagtcattc tgagaatagt gtatgcggeg accgagttge tcttgeecgg



4261 cgtcaatacg ggataatacc gcgccacata gcagaacttt aaaagtgetc atcattggaa
4321 aacgttcttc ggggcegaaaa ctctcaagga tcttaccgcet gttgagatcc agttcgatgt
4381 aacccactcg tgcacccaac tgatcttcag catcttttac tttcaccagce gtttctgggt
4441 gagcaaaaac aggaaggcaa aatgccgeaa aaaagggaat aagggegaca cggaaatgtt
4501 gaatactcat actcttcctt tttcaatatt attgaagcat ttatcagggt tattgtctca
4561 tgagcggata catatttgaa tgtatttaga aaaataaaca aataggggtt ccgegeacat
4621 ttcccegaaa agtgecacct gacgegecct gtageggegce attaagegeg gegggtgtgg
4681 tggttacgcg cagegtgacc getacacttg ccagegecct agegeccgct cetttegett
4741 tcttcectte ctttctegece acgttegecg getttceeeg tcaagcetcta aatcgggggc
4801 tccctttagg gttcc

/1

pKR33

LOCUS  pKR33 4815bp DNA circular SYN 20-AUG-2025

DEFINITION

ACCESSION pKR33

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 4815)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
source 1..1437

-1

/organism="synthetic DNA construct"
/mol_type="other DNA"

/SECDrawAs="Info only"



CDS

source

CDS

CDS

source

mn

/SECName="source
410..1437

/gene="H2A1p"

/label=H2A1p

/note="color: #993366; direction: RIGHT"

/translation="PAGELIALRGGRGWRGGP"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="H2A1p"

/SECDescr="color: #993366; direction: RIGHT"
410..1437

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/note="color: #ffffff"
/SECDrawAs="Info only"
/SECName="color"
/SECDescr="color: #ffffff"

1444..1483
/gene="Linker2"
/SECDrawAs="Gene"
/SECStyleld=1

1490..1539
/gene="AFP(32,33)AS"
/SECDrawAs="Gene"
/SECStyleld=1

1490..2109

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"

/SECDrawAs="Info only"



CDS

/SECName=""source"
1507..1508

/gene="2 new mismatches 32,33"

/SECDrawAs="Gene"

/SECStyleld=1

misc_feature 1540..1573

/label=Linker
/note="color: #ffff00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Linker3"

/SECDescr="color: #ffff00"

misc_feature 1574..1585

CDS

CDS

/label=Intron splice enhancer (ISE)
/note="color: #00£f00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Intron splice enhancer (ISE)"
/SECDescr="color: #00ff00"
1586..1614
/gene="Canonical V1"
/SECDrawAs="Gene"
/SECStyleld=1
1586..1617
/gene="Canonical 3'SE V1"
/SECDrawAs="Gene"

/SECStyleld=1

misc_feature 1615..1616

/label=Acc SS



/note="color: #008000"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Acc SS"
/SECDescr="color: #008000"
CDS 1617..1618
/gene="3" Acceptor\Site"
/label=3" Acceptor\Site
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="3" Acceptor\Site"
/SECDescr="color: #cc0000; direction: RIGHT"
CDS 1617..2060
/gene="mK-Ex2"
/label=mK-Ex2

/note="color: #cc0000"

/translation="GFTWERVTTYEDGGVLTATQDTSLQDGCLIYNVKIRGVNFPSNG

PVMQKKTLGWEASTEMLYPADGGLEGRSDMALKLVGGGHLICNLKTTYRSK
KPAKNLK

MPGVYYVDRRLERIKEADKETYVEQHEVAVARYCDLPSKLGHKLN"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mK-Ex2"
/SECDescr="color: #cc0000"
misc_feature 2065..2120

/label=Linker 361-400 Kana



/note="color: #ffff00"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="Linker4"

/SECDescr="color: #ffff00"
source 2110..4815

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

CDS 2121..2570
/gene="HSV1-pA"

/label=HSV1-pA

/label=HSV1-pA CDS

/note="color: #cc0000; direction: RIGHT"

/translation="AGL"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="HSV1-pA"

/SECDescr="color: #cc0000; direction: RIGHT"
gene complement(3650..4510)

/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L



HNMGD

HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV

AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW""
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RIHYS

QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF

LHNMGD

HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW

MEADKV

AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin  join(4642..4815,1..282)

#cc0000"

ORIGIN

/direction=RIGHT

/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:



1 gatttagtgc tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta

61 gtgggccatc geectgatag acggtttttc geectttgac gttggagtce acgttcttta

121 atagtggact cttgttccaa actggaacaa cactcaaccc tatctcggtce tattcttttg

181 atttataagg gattttgccg atttcggect attggttaaa aaatgagctg atttaacaaa
241 aatttaacgc gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcagge
301 tgcgcaactg ttgggaaggg cgatcggtge gggectctte getattacge cageccaage
361 taccatgata agtaagtaat attaaggtac gggaggtact tggaggtacc ctgcaggtga
421 gttaatagct ctgegeggag ggaggggatg gagagggggt ccttgatcge ctcccaacat
481 tactgagcta catcacctga geagtttcta ccccgattte tgtaacgagce agtttttcte

541 gttctgtgee ggegegegeg cgeacacaca cacacacaca cacacacaca cacacacgge
601 tcagattcgg ccgeaccegg caaccgctag ggtgeatgga gacacattag gttacataac
661 ccttcaccgt gttcgaaacc ctttcttgat cgtgtgggtg getctgaaaa gagectttgg

721 gttcaggacg ccgaggaacg cctcacttgg agetggtgta cttggtgaca gecttggtge
781 cctcggacac ggegtgcettg gecagetege cgggeageag caggegaacg geegtetgea
841 cttcgcggga cgtgatggtg gagegcettgt tgtagtgtge caggegggag gectegetgg
901 cgatgcgctc gaagatgtca ttggcgaagg agttcatgat geccatggec ttggacgaga
961 tgceggtgte ggggtgeacc tgettcagea ccttgtacac gtagatagaa tagetctect
1021 tgcggeegceg cttgegctte ttgeegtect tettctgtge cttggtgaca gectttttag
1081 aacccttctt gggegeagga geegatttgg acgggtctgg catgatggcet gagtetctec
1141 aaacagaaac gcgeggegcet cggagtaact ctatttgtac gttttgtatt caaatgaagg
1201 ctcaggattt gctcacttct gattggatca aacgttgttc tacgtcatcg ctgggaaagg
1261 aatacgcaaa ttaggagtgc caggttcttt ttctgattgg ctaccatage catccaatcg
1321 aacgccgegg tctagectac ctetgtacca tacataaggg ctegetggec ttcactgecc
1381 tcttgttttt agtctegcett ttcggttgee gttgtctttt ttccttgact cggaaggegc
1441 gccgaagcag agttcagceca tgaatggaca accggagagt ggagaattct tgatcctttc
1501 tccaaaagtc ttcttttaaa aaaaatccaa atctctccac ataagatggce aagatcctgg
1561 tatcggtctg cgacggggat gggggtacta acttcgagtc ttcttttttt ttttagggct
1621 tcacatggga gagagtcacc acatacgaag acgggggcegt getgaccgct acccaggaca

1681 ccagccteca ggacggetge ctcatctaca acgtcaagat cagaggggtg aacttcccat



1741 ccaacggccc tgtgatgcag aagaaaacac tcggetggga ggectccacce gagatgetgt
1801 accccgetga cggeggectg gaaggceagaa gegacatgge cctgaagetce gtgggegggs
1861 gccacctgat ctgcaacttg aagaccacat acagatccaa gaaacccgct aagaacctca
1921 agatgcccgg cgtctactat gtggacagaa gactggaaag aatcaaggag gecgacaaag
1981 agacctacgt cgagcagcac gaggtggcetg tggecagata ctgegaccte cctagcaaac
2041 tggggcacaa acttaattga taaaggtcgt cagactgatg ggecctattc ggatattgag
2101 atgaggatcc aagcttgtaa gegggactct agggttcgaa atgaccgacc aagegacgcec
2161 caacctgcca tcacgagatt tcgattccac cgecgectte tatgaaaggt tgggettcgg
2221 aatcgttttc cgggacgecg getggatgat cctccagege ggggatctea tgetggagtt
2281 cttcgeccac cctaggggga ggctaactga aacacggaag gagacaatac cggaaggaac
2341 ccgegctatg acggcaataa aaagacagaa taaaacgcac ggtgttgggt cgtttgttca
2401 taaacgcggg gttcggtecc agggetggea ctetgtegat accccaccga gacgecattg
2461 gggccaatac geeegegttt cttecttttc cccaccecac cccccaagtt cgggtgaagg
2521 cccagggcte geagecaacg tcggggegge aggecctgec atagectcag ctcgagtatg
2581 tcgaccgatg cccttgagag ccttcaaccc agtcagctec ttecggtggg cgeggggeat
2641 gactatcgtc gecegeactta tgactgtctt ctttatcatg caactcgtag gacaggtgec

2701 ggcagcgctc ttcegcettec tegetcactg actecgetgeg cteggtegtt cggetgegge
2761 gagcggtatc agctcactca aaggeggtaa tacggttatc cacagaatca ggggataacg
2821 caggaaagaa catgtgagca aaaggccage aaaaggcecag gaaccgtaaa aaggecgegt
2881 tgctggegtt tttccatagg ctcecgeccce ctgacgagea tcacaaaaat cgacgctcaa
2941 gtcagaggtg gcgaaacccg acaggactat aaagatacca ggegtttcec cctggaagct
3001 ccctegtgeg ctetectgtt ccgaccctge cgettacegg atacctgtece gectttetee
3061 cttcgggaag cgtggegctt tctcaatget cacgetgtag gtatctcagt tcggtgtagg
3121 tcgttcgete caagetggge tgtgtgeacg aaccceecgt tcageccgac cgetgegect
3181 tatccggtaa ctatcgtctt gagtccaacc cggtaagaca cgacttatcg ccactggeag
3241 cagccactgg taacaggatt agcagagcga ggtatgtagg cggtgcetaca gagttcttga
3301 agtggtggcec taactacgge tacactagaa ggacagtatt tggtatctge getctgetga
3361 agccagttac cttcggaaaa agagttggta getcttgatc cggcaaacaa accaccgetg

3421 gtagcggtgg tttttttgtt tgcaagcage agattacgcg cagaaaaaaa ggatctcaag



/1l

3481 aagatccttt gatcttttct acggggtctg acgctcagtg gaacgaaaac tcacgttaag
3541 ggattttggt catgagatta tcaaaaagga tcttcaccta gatcctttta aattaaaaat
3601 gaagttttaa atcaatctaa agtatatatg agtaaacttg gtctgacagt taccaatgct
3661 taatcagtga ggcacctatc tcagcgatct gtctatttcg ttcatccata gttgectgac
3721 tcceegtegt gtagataact acgatacggg agggcttacc atctggeccc agtgetgeaa
3781 tgataccgcg agacccacgc tcaccggctc cagatttatc agcaataaac cagccagecg
3841 gaagggccega gegeagaagt ggtectgeaa ctttatccge ctecatccag tctattaatt
3901 gttgceggga agctagagta agtagttcge cagttaatag tttgcgcaac gttgttgeca
3961 ttgctacagg catcgtggtg tcacgetegt cgtttggtat ggettcattc agetceggtt
4021 cccaacgatc aaggcgagtt acatgatccc ccatgttgtg caaaaaagceg gttagcetect
4081 tcggtcectee gategttgtc agaagtaagt tggecgcagt gttatcactc atggttatgg
4141 cagcactgca taattctctt actgtcatge catccgtaag atgcettttct gtgactggtg
4201 agtactcaac caagtcattc tgagaatagt gtatgcggeg accgagttge tcttgeecgg
4261 cgtcaatacg ggataatacc gcgccacata gcagaacttt aaaagtgctc atcattggaa
4321 aacgttcttc ggggcegaaaa ctctcaagga tcttaccgcet gttgagatcc agttcgatgt
4381 aacccactcg tgcacccaac tgatcttcag catcttttac tttcaccagce gtttctgggt
4441 gagcaaaaac aggaaggcaa aatgccgeaa aaaagggaat aagggegaca cggaaatgtt
4501 gaatactcat actcttcctt tttcaatatt attgaagcat ttatcagggt tattgtctca

4561 tgagcggata catatttgaa tgtatttaga aaaataaaca aataggggtt ccgegeacat
4621 ttccccgaaa agtgecacct gacgegecct gtageggege attaagegeg gegggtgtgg
4681 tggttacgcg cagegtgacc getacacttg ccagegecct agegeccgct cetttegctt
4741 tcttcectte ctttctegece acgttegecg getttceeeg tcaagcetcta aatcgggggc

4801 tccctttagg gttcc

pKR35

LOCUS pKR35 4815bp DNA circular SYN 20-AUG-2025

DEFINITION

ACCESSION pKR35



KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 4815)

AUTHORS Self

JOURNAL Unpublished.

COMMENT SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
source 1..1437
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""
CDS 410..1437
/gene="H2A1p"
/label=H2A1p
/mote="color: #993366; direction: RIGHT"
/translation="PAGELIALRGGRGWRGGP"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="H2A1p"
/SECDescr="color: #993366; direction: RIGHT"
source 410..1437
/organism="synthetic DNA construct"
/mol_type="other DNA"
/note="color: #ffffff"

/SECDrawAs="Info only"



/SECName="color"
/SECDescr="color: #ffffff"

CDS 1444..1483
/gene="Linker2"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 1490..1539
/gene="AFP(18,34)AS"
/SECDrawAs="Gene"
/SECStyleld=1

source 1490..2109

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

CDS 1506
/gene="mismatch 34"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 1522
/gene="mismatch 18"
/SECDrawAs="Gene"
/SECStyleld=1

misc_feature 1540..1573
/label=Linker
/note="color: #ffff00"
/SECDrawAs="Gene"
/SECStyleld=1

/SECName="Linker3"



/SECDescr="color: #ffff00"
misc_feature 1574..1585
/label=Intron splice enhancer (ISE)
/note="color: #00£f00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Intron splice enhancer (ISE)"
/SECDescr="color: #00ff00"
CDS 1586..1614
/gene="Canonical V1"
/SECDrawAs="Gene"
/SECStyleld=1
CDS 1586..1617
/gene="Canonical 3'SE V1"
/SECDrawAs="Gene"
/SECStyleld=1
misc_feature 1615..1616
/label=Acc SS
/note="color: #008000"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Acc SS"
/SECDescr="color: #008000"
CDS 1617..1618
/gene="3" Acceptor\Site"
/label=3" Acceptor\Site
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"

/SECStyleld=1



/SECName="3" Acceptor\Site"

/SECDescr="color: #cc0000; direction: RIGHT"
CDS 1617..2060

/gene="mK-Ex2"

/label=mK-Ex2

/note="color: #cc0000"

/translation="GFTWERVTTYEDGGVLTATQDTSLQDGCLIYNVKIRGVNFPSNG

PVMQKKTLGWEASTEMLYPADGGLEGRSDMALKLVGGGHLICNLKTTYRSK
KPAKNLK

MPGVYYVDRRLERIKEADKETYVEQHEVAVARYCDLPSKLGHKLN"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mK-Ex2"
/SECDescr="color: #cc0000"

misc_feature 2065..2120
/label=Linker 361-400 Kana
/note="color: #ffff00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Linker 4"
/SECDescr="color: #ffff00"

source 2110..4815
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

CDS 2121..2570



/gene="HSV1-pA"

/label=HSV1-pA

/label=HSV1-pA CDS

/note="color: #cc0000; direction: RIGHT"

/translation="AGL"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="HSV1-pA"

/SECDescr="color: #cc0000; direction: RIGHT"
gene complement(3650..4510)

/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"™"
/mote="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ



LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF

LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW

MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin  join(4642..4815,1..282)
/direction=RIGHT
/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

ORIGIN
1 gatttagtgc tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta
61 gtgggccatc geectgatag acggtttttc geectttgac gttggagtce acgttcttta
121 atagtggact cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg
181 atttataagg gattttgccg atttcggect attggttaaa aaatgagctg atttaacaaa
241 aatttaacgc gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcagge
301 tgcgcaactg ttgggaaggg cgatcggtge gggectctte getattacge cageccaage
361 taccatgata agtaagtaat attaaggtac gggaggtact tggaggtacc ctgcaggtga
421 gttaatagct ctgecgeggag ggaggggatg gagagggggt ccttgatcge cteccaacat
481 tactgagcta catcacctga geagtttcta ccccgattte tgtaacgagce agtttttctc
541 gttctgtgee ggegegegeg cgracacaca cacacacaca cacacacaca cacacacgge

601 tcagattcgg ccgcacccgg caaccgctag ggtgeatgga gacacattag gttacataac



661 ccttcaccgt gttcgaaacc ctttcttgat cgtgtgggtg getctgaaaa gagectttgg

721 gttcaggacg ccgaggaacg cctcacttgg agetggtgta cttggtgaca gecttggtge
781 cctcggacac ggegtgcettg gecagetege cgggeageag caggegaacg geegtetgea
841 cttcgcggga cgtgatggtg gagegcttgt tgtagtgtge caggegggag gectegetgg
901 cgatgcgctc gaagatgtca ttggcgaagg agttcatgat geccatggece ttggacgaga
961 tgceggtgte ggggtgeacc tgettcagea ccttgtacac gtagatagaa tagetctect
1021 tgcggeegceg cttgegctte ttgeegtect tettctgtge cttggtgaca gectttttag

1081 aacccttctt gggegeagga geegatttgg acgggtctgg catgatggcet gagtctctec
1141 aaacagaaac gcgeggegcet cggagtaact ctatttgtac gttttgtatt caaatgaagg
1201 ctcaggattt gctcacttct gattggatca aacgttgttc tacgtcatcg ctgggaaagg

1261 aatacgcaaa ttaggagtgc caggttcttt ttctgattgg ctaccatage catccaatcg

1321 aacgccgegg tctagectac ctetgtacca tacataaggg ctegetggec ttcactgecc
1381 tcttgttttt agtctegcett ttcggttgee gttgtctttt ttccttgact cggaaggegc

1441 gccgaagcag agttcagceca tgaatggaca accggagagt ggagaattct tgatcctttc
1501 tccaattctc ttcttttaaa ataaatccaa atctctccac ataagatgge aagatcctgg

1561 tatcggtctg cgacggggat gggggtacta acttcgagte ttcttttttt ttttagggct

1621 tcacatggga gagagtcacc acatacgaag acgggggegt getgaccgct acccaggaca
1681 ccagccteca ggacggetge ctcatctaca acgtcaagat cagaggggtg aacttcccat
1741 ccaacggccc tgtgatgcag aagaaaacac tcggetggga ggectccacce gagatgetgt
1801 accccgetga cggeggectg gaaggceagaa gegacatgge cctgaagetce gtgggegggs
1861 gccacctgat ctgcaacttg aagaccacat acagatccaa gaaacccgct aagaacctca
1921 agatgccegg cgtctactat gtggacagaa gactggaaag aatcaaggag gecgacaaag
1981 agacctacgt cgagcagcac gaggtggcetg tggecagata ctgegaccte cctagcaaac
2041 tggggcacaa acttaattga taaaggtcgt cagactgatg ggecctattc ggatattgag
2101 atgaggatcc aagcttgtaa gegggactct agggttcgaa atgaccgacc aagegacgcec
2161 caacctgcca tcacgagatt tcgattccac cgecgectte tatgaaaggt tgggettcgg
2221 aatcgttttc cgggacgecg getggatgat cctccagege ggggatctea tgetggagtt
2281 cttcgeccac cctaggggga ggctaactga aacacggaag gagacaatac cggaaggaac

2341 ccgegctatg acggcaataa aaagacagaa taaaacgcac ggtgttgggt cgtttgttca



2401 taaacgcggg gttcggtecc agggetggea ctetgtcgat accccaccga gacgecattg
2461 gggccaatac geeegegttt cttecttttc cccaccecac cccccaagtt cgggtgaagg
2521 cccagggcte geagecaacg tcggggegge aggecctgec atagectcag ctcgagtatg
2581 tcgaccgatg cccttgagag ccttcaaccc agtcagetec ttecggtggg cgeggggeat
2641 gactatcgtc gecegcactta tgactgtctt ctttatcatg caactcgtag gacaggtgec
2701 ggcagcgctc ttcegcettec tegetcactg actecgetgeg cteggtegtt cggetgegge
2761 gagcggtatc agctcactca aaggeggtaa tacggttatc cacagaatca ggggataacg
2821 caggaaagaa catgtgagca aaaggccage aaaaggecag gaaccgtaaa aaggecgegt
2881 tgctggegtt tttccatagg ctcegeccce ctgacgagea tcacaaaaat cgacgctcaa
2941 gtcagaggtg gcgaaacccg acaggactat aaagatacca ggegtttcec cctggaagct
3001 ccctegtgeg ctetectgtt ccgacectge cgettaccgg atacctgtee gectttetee
3061 cttcgggaag cgtggegctt tctcaatget cacgetgtag gtatctcagt tcggtgtagg
3121 tegttcgete caagetggge tgtgtgeacg aaccceecgt tcageccgac cgetgegect
3181 tatccggtaa ctatcgtctt gagtccaacc cggtaagaca cgacttatcg ccactggeag
3241 cagccactgg taacaggatt agcagagcga ggtatgtagg cggtgcetaca gagttcttga
3301 agtggtggcec taactacgge tacactagaa ggacagtatt tggtatctge getctgetga
3361 agccagttac cttcggaaaa agagttggta getcttgatc cggcaaacaa accaccgetg
3421 gtagcggtgg tttttttgtt tgcaagcage agattacgcg cagaaaaaaa ggatctcaag
3481 aagatccttt gatcttttct acggggtctg acgctcagtg gaacgaaaac tcacgttaag
3541 ggattttggt catgagatta tcaaaaagga tcttcaccta gatcctttta aattaaaaat

3601 gaagttttaa atcaatctaa agtatatatg agtaaacttg gtctgacagt taccaatgct
3661 taatcagtga ggcacctatc tcagcgatct gtctatttcg ttcatccata gttgectgac
3721 tcceegtegt gtagataact acgatacggg agggcttacc atctggeccc agtgetgeaa
3781 tgataccgcg agacccacgc tcaccggctc cagatttatc agcaataaac cagccagecg
3841 gaagggccega gegeagaagt ggtectgeaa ctttatccge ctecatccag tctattaatt
3901 gttgccggga agctagagta agtagttcge cagttaatag tttgegeaac gttgttgeca
3961 ttgctacagg catcgtggtg tcacgetegt cgtttggtat ggettcattc agetceggtt
4021 cccaacgatc aaggcgagtt acatgatccc ccatgttgtg caaaaaagceg gttagcetect

4081 tcggtcectee gategttgtc agaagtaagt tggecgcagt gttatcactc atggttatgg



4141 cagcactgca taattctctt actgtcatge catccgtaag atgcettttct gtgactggtg
4201 agtactcaac caagtcattc tgagaatagt gtatgcggeg accgagttge tcttgeecgg
4261 cgtcaatacg ggataatacc gcgccacata gcagaacttt aaaagtgctc atcattggaa
4321 aacgttcttc ggggcegaaaa ctctcaagga tcttaccgcet gttgagatcc agttcgatgt
4381 aacccactcg tgcacccaac tgatcttcag catcttttac tttcaccagce gtttctgggt
4441 gagcaaaaac aggaaggcaa aatgccgeaa aaaagggaat aagggegaca cggaaatgtt
4501 gaatactcat actcttcctt tttcaatatt attgaagcat ttatcagggt tattgtctca
4561 tgagcggata catatttgaa tgtatttaga aaaataaaca aataggggtt ccgegeacat
4621 ttccccgaaa agtgecacct gacgegecct gtageggegce attaagegeg gegggtgtgg
4681 tggttacgcg cagegtgacc getacacttg ccagegecct agegeccgct cctttegett
4741 tcttcectte ctttctegece acgttegecg getttceeeg tcaagcetcta aatcgggggc
4801 tccctttagg gttcc

/1

pKR41
LOCUS pKR41 4814bp DNA circular SYN 20-AUG-2025
DEFINITION
ACCESSION pKR41
KEYWORDS
SOURCE  Unknown.
ORGANISM Unknown
Unclassified.
REFERENCE 1 (bases 1 to 4814)
AUTHORS Self
JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers

source 1..1437



CDS

source

CDS

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""
411..1437
/gene="H2A1p"
/label=H2A1p
/note="color: #993366; direction: RIGHT"
/translation="AGELIALRGGRGWRGGP"
/codon_start=3
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="H2A1p"
/SECDescr="color: #993366; direction: RIGHT"
411..1437

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/note="color: #ffffff"
/SECDrawAs="Info only"
/SECName="color"
/SECDescr="color: #ffffff"
1444..1483
/gene="Linker2"
/SECDrawAs="Gene"

/SECStyleld=1

misc_feature 1490..1539

/label=BD Reverse Complementary to AFP
/note="color: #3366ff"

/SECDrawAs="Gene"



/SECStyleld=1
/SECName="AFP(18-22)AS"
/SECDescr="color: #3366ff"

source 1490..1539

—n mn

/organism="synthetic DNA construct
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="'source""
CDS 1518..1519
/gene="2 mismatches"
/SECDrawAs="Gene"
/SECStyleld=1
CDS 1521..1522
/gene="2mismatches"
/SECDrawAs="Gene"
/SECStyleld=1
misc_feature 1540..1573
/label=Linker
/note="color: #ffff00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Linker3"
/SECDescr="color: #ffff00"

source 1540..2108

—n mn

/organism="synthetic DNA construct
/mol_type="other DNA"
/SECDrawAs="Info only"

/SECName=""source""

misc_feature 1574..1585



/label=Intron splice enhancer (ISE)
/note="color: #00£f00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Intron splice enhancer (ISE)"
/SECDescr="color: #00ff00"
CDS 1586..1613
/gene="Canonical V1"
/SECDrawAs="Gene"
/SECStyleld=1
misc_feature 1614..1615
/label=Acc SS
/note="color: #008000"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Acc SS"
/SECDescr="color: #008000"
CDS 1616..1617
/gene="3" Acceptor\Site"
/label=3" Acceptor\Site
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="3" Acceptor\Site"
/SECDescr="color: #cc0000; direction: RIGHT"
CDS 1616..2059
/gene="mK-Ex2"
/label=mK-Ex2

/note="color: #cc0000"



/translation="GFTWERVTTYEDGGVLTATQDTSLQDGCLIYNVKIRGVNFPSNG

PVMQKKTLGWEASTEMLYPADGGLEGRSDMALKLVGGGHLICNLKTTYRSK
KPAKNLK

MPGVYYVDRRLERIKEADKETYVEQHEVAVARYCDLPSKLGHKLN"

/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mK-Ex2"
/SECDescr="color: #cc0000"

misc_feature 2064..2119
/label=Linker 361-400 Kana
/note="color: #ffff00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Linker4"
/SECDescr="color: #ffff00"

source 2109..4814
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

CDS 2120..2569
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/mote="color: #cc0000; direction: RIGHT"
/translation="AGL"

/SECDrawAs="Gene"



/SECStyleld=1

/SECName="HSV1-pA"

/SECDescr="color: #cc0000; direction: RIGHT"
gene complement(3649..4509)

/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"""
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin  join(4641..4814,1..282)



/direction=RIGHT

/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

ORIGIN

1 gatttagtgc tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta

61 gtgggccatc geectgatag acggtttttc geectttgac gttggagtcc acgttcttta
121 atagtggact cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg
181 atttataagg gattttgccg atttcggect attggttaaa aaatgagctg atttaacaaa
241 aatttaacgc gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcagge
301 tgcgcaactg ttgggaaggg cgatcggtge gggectette getattacge cageccaage
361 taccatgata agtaagtaat attaaggtac gggaggtact tggaggtacc ctgcaggtga
421 gttaatagct ctgecgeggag ggaggggatg gagagggggt ccttgatcgce ctcccaacat
481 tactgagcta catcacctga geagtttcta cccegatttc tgtaacgagce agtttttcte
541 gttctgtgee ggegegegeg cgeacacaca cacacacaca cacacacaca cacacacgge
601 tcagattcgg ccgcacccgg caaccgctag ggtgeatgga gacacattag gttacataac
661 ccttcaccgt gttcgaaacc ctttcttgat cgtgtgggtg getctgaaaa gagectttgg
721 gttcaggacg ccgaggaacg cctcacttgg agetggtgta cttggtgaca gecttggtge
781 cctcggacac ggegtgcettg gecagetege cgggeageag caggegaacg geegtetgea
841 cttcgcggga cgtgatggtg gagegcttgt tgtagtgtge caggegggag gectegetgg
901 cgatgcgctc gaagatgtca ttggcgaagg agttcatgat geccatggec ttggacgaga

961 tgceggtgtc ggggtgeacc tgettcagea ccttgtacac gtagatagaa tagetctect



1021 tgcggeegceg cttgegctte ttgeegtect tettctgtge cttggtgaca gectttttag

1081 aacccttctt gggegeagga geegatttgg acgggtctgg catgatggcet gagtetctec
1141 aaacagaaac gcgeggegcet cggagtaact ctatttgtac gttttgtatt caaatgaagg
1201 ctcaggattt gctcacttct gattggatca aacgttgttc tacgtcatcg ctgggaaagg

1261 aatacgcaaa ttaggagtgc caggttcttt ttctgattgg ctaccatage catccaatcg

1321 aacgccgegg tctagectac ctetgtacca tacataaggg ctegetggec ttcactgecc
1381 tcttgttttt agtctegcett ttcggttgee gttgtctttt ttccttgact cggaaggegc

1441 gccgaagcag agttcagceca tgaatggaca accggagagt ggagaattct tgatcctttc
1501 tccaaatctc ttctttttta ttaaatccaa atctctccac ataagatgge aagatcctgg

1561 tatcggtctg cgacggggat gggggtacta acttcgagtc ttcttttttt tttagggctt

1621 cacatgggag agagtcacca catacgaaga cgggggegtg ctgaccgcta cccaggacac
1681 cagcctccag gacggetgec tcatctacaa cgtcaagatc agaggggtga acttcccatce
1741 caacggccct gtgatgcaga agaaaacact cggetgggag gectccaccg agatgetgta
1801 ccccgcetgac ggeggectgg aaggcagaag cgacatggec ctgaagceteg tgggeggggs
1861 ccacctgatc tgcaacttga agaccacata cagatccaag aaacccgcta agaacctcaa
1921 gatgcccggce gtctactatg tggacagaag actggaaaga atcaaggagg ccgacaaaga
1981 gacctacgtc gagcagcacg aggtggetgt ggecagatac tgegacctec ctagcaaact
2041 ggggcacaaa cttaattgat aaaggtcgtc agactgatgg gecctattcg gatattgaga
2101 tgaggatcca agcttgtaag cgggactcta gggttcgaaa tgaccgacca agegacgecc
2161 aacctgccat cacgagattt cgattccacc gecgecttct atgaaaggtt gggettcgga
2221 atcgttttcc gggacgecgg ctggatgatc ctccagegeg gggatctcat getggagtte
2281 ttcgeccacc ctagggggag getaactgaa acacggaagg agacaatace ggaaggaacc
2341 cgcgctatga cggcaataaa aagacagaat aaaacgcacg gtgttgggte gtttgttcat
2401 aaacgcgggg tteggtecca gggetggeac tetgtcgata ccccaccgag acgecattgg
2461 ggccaatacg cccgegttte ttecttttec ccaccecacc ccccaagttc gggtgaagge
2521 ccagggctcg cagecaacgt cggggeggea ggecctgeca tagectcage tcgagtatgt
2581 cgaccgatgc ccttgagagc cttcaaccca gtcagetect teeggtggge geggggeatg
2641 actatcgtcg ccgeacttat gactgtcttc tttatcatgce aactcgtagg acaggtgecg

2701 gcagcgctct tcegettect cgetcactga ctegetgege teggtegtte ggetgeggeg



2761 agcggtatca gctcactcaa aggeggtaat acggttatcc acagaatcag gggataacge
2821 aggaaagaac atgtgagcaa aaggccagca aaaggccagg aaccgtaaaa aggecgegtt
2881 gctggegttt ttccataggce tccgeececce tgacgageat cacaaaaatc gacgctcaag
2941 tcagaggtgg cgaaacccga caggactata aagataccag gegtttcecc ctggaagcetc
3001 cctegtgegc tetectgtte cgaccctgec gettaccgga tacctgteeg ccttteteee
3061 ttcgggaagc gtggegcttt ctcaatgete acgetgtagg tatctcagtt cggtgtaggt
3121 cgttcgetee aagetgggcet gtgtgeacga accceccgtt cageccgacc getgegectt
3181 atccggtaac tatcgtcttg agtccaaccc ggtaagacac gacttatcge cactggeage
3241 agccactggt aacaggatta gcagagcegag gtatgtagge ggtgcetacag agttcttgaa
3301 gtggtggect aactacggct acactagaag gacagtattt ggtatctgeg ctetgetgaa
3361 gccagttacc ttcggaaaaa gagttggtag ctcttgatcc ggcaaacaaa ccaccgetgg
3421 tagcggtggt ttttttgttt gcaagcagea gattacgcge agaaaaaaag gatctcaaga
3481 agatcctttg atcttttcta cggggtctga cgetcagtgg aacgaaaact cacgttaagg
3541 gattttggtc atgagattat caaaaaggat cttcacctag atccttttaa attaaaaatg

3601 aagttttaaa tcaatctaaa gtatatatga gtaaacttgg tctgacagtt accaatgett
3661 aatcagtgag gcacctatct cagcgatctg tctatttcgt tcatccatag ttgectgact
3721 ccecgtegtg tagataacta cgatacggga gggcettacca tctggececca gtgetgceaat
3781 gataccgcga gacccacgct caccggetec agatttatca gcaataaacc agecagecgg
3841 aagggccgag cgcagaagtg gtectgeaac tttatccgec tccatccagt ctattaattg
3901 ttgccgggaa getagagtaa gtagttcgec agttaatagt ttgegeaacg ttgttgecat
3961 tgctacaggc atcgtggtgt cacgetegte gtttggtatg gettcattca getceggtte
4021 ccaacgatca aggcgagtta catgatcccc catgttgtge aaaaaagegg ttagcetectt
4081 cggtectecg atcgttgtca gaagtaagtt ggecgeagtg ttatcactca tggttatgge
4141 agcactgcat aattctctta ctgtcatgec atccgtaaga tgcttttctg tgactggtga
4201 gtactcaacc aagtcattct gagaatagtg tatgcggega ccgagttgct cttgeccgge
4261 gtcaatacgg gataataccg cgccacatag cagaacttta aaagtgctca tcattggaaa
4321 acgttcttcg gggcegaaaac tctcaaggat cttaccgcetg ttgagatcca gttcgatgta
4381 acccactcgt gcacccaact gatcttcage atcttttact ttcaccagceg tttctgggtg

4441 agcaaaaaca ggaaggcaaa atgccgcaaa aaagggaata agggegacac ggaaatgttg



4501 aatactcata ctcttccttt ttcaatatta ttgaagcatt tatcagggtt attgtctcat
4561 gagcggatac atatttgaat gtatttagaa aaataaacaa ataggggttc cgcgcacatt
4621 tccecgaaaa gtgecacctg acgegecctg tageggegea ttaagegegg cgggtgtggt
4681 ggttacgcgce agegtgaccg ctacacttge cagegeccta gegeecgcte ctttegettt
4741 cttcccttec tttctcgeca cgttcgeegg cttteccegt caagetctaa atcgggggct
4801 ccctttaggg ttcc

/1

pKR42

LOCUS pKR42 4448 bp DNA circular SYN 20-AUG-2025

DEFINITION

ACCESSION pKR42

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 4448)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
source 1..1245

-1

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""
CDS 411..1251
/gene="SSX1p"

/label=SSX1p



source

/note="color: #cc0000; direction: RIGHT"

/codon_start=3

/translation="AALQGSQIMAHCNLVLLGSSYPPTSAS"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="SSX1p"

/SECDescr="color: #cc0000; direction: RIGHT"
1246..1582

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"

/SECName=""source""

misc_signal 1257..1262

CDS

CDS

/label=KOZAK

/note="/created_by=""User"""

/note="color: #cc0000; direction: RIGHT"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="KOZAK"

/SECDescr="/created_by=""User""color: #cc0000; direction
1266..1532

/gene="mK-Ex1"

/label=mK-Ex1

/note="color: #cc0000; direction: RIGHT"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="mK-Ex1"

/SECDescr="color: #cc0000; direction: RIGHT"

1531..1538

: RIGHT"



CDS

CDS

/gene="5D"
/SECDrawAs="Gene"
/SECStyleld=1
1533..1582
/gene="miR1 version Mv3 Intron"
/label=miR1 version Mv3 Intron
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="ID"
/SECDescr="color: #cc0000; direction: RIGHT"
1583..1632
/gene="BD6-S"
/SECDrawAs="Gene"

/SECStyleld=1

misc_feature 1685..1718

source

CDS

/label=Linker

/note="color: #ffff00"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="Linker1"

/SECDescr="color: #ffff00"
1685..2217

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

1719..2208

/gene="HSV1-pA"



/label=HSV1-pA

/label=HSV1-pA CDS

/note="color: #cc0000; direction: RIGHT"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="HSV1-pA"

/SECDescr="color: #cc0000; direction: RIGHT"
source 2218..4448

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

gene complement(3283..4143)
/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"""
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1



/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGITAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin  join(4275..4448,1..282)
/direction=RIGHT
/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

ORIGIN
1 gatttagtgc tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta
61 gtgggccatc geectgatag acggtttttc geectttgac gttggagtce acgttcttta
121 atagtggact cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg
181 atttataagg gattttgccg atttcggect attggttaaa aaatgagctg atttaacaaa
241 aatttaacgc gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcagge
301 tgcgcaactg ttgggaaggg cgatcggtge gggectctte getattacge cageccaage
361 taccatgata agtaagtaat attaaggtac gggaggtact tggaggtacc cggecgecct

421 gcagggtagc cagatcatgg ctcactgcaa cctegtacte ctgggcetcaa getatcctec



481 tacctcagcc tectgagtaa cggactacag geacaccacc ccacctcgct aattttattt

541 attttttttg tagagaaaag agacagggta ttgetctgtt geccagggtg gggtgeagtg

601 gcatgatcat ggctcactgce aacctctgec tcccaggttc aagtgatect ccagetgtgg
661 cctcectaag tgetgggatt acaaccgtga gecgecgeac cggeccaaat ttettacgte
721 actacagagt tcctaggaaa aaatcccata cctgaaaaag atagaaactg acaggaagga
781 tttgagatga tgacctgctt catatacact ccttattaaa actggataac aatgcaccac

841 cgaggaggtg gggagggata ggaaaaatga aaagagaaaa tcagcgceatg cgtactctga
901 tttgggaaga ctccaaagag aaaatcagag catgcgtact ctgaacttgg agtagccaat
961 cccaggggat getttaggeg ggaaagtcag agtttctgec tccattttga gaaggttetg
1021 tcectagage ctagactgat agaccccaca tcagcettgge ttgtcccgec tactgttetg
1081 acttctgatt ggccagatgg agttcactaa ctgecctgat tggtecatca tectggagea
1141 atgacattgc agaatatttt ctcctcctec agecacactt tgtcaccaac tgetgecaac
1201 tcgccaccac tgetgecgac ctegeaacca ctgetttgte tetggegege cagetcgeca
1261 ccatggtgtc taagggcgaa gagctgatta aggagaacat gcacatgaag ctgtacatgg
1321 agggcaccgt gaacaaccac cacttcaagt gcacatccga gggegaagge aagecctacg
1381 agggcaccca gaccatgaga atcaaggtgg tcgagggegg ccctctcecc ttegectteg
1441 acatcctggc taccagcttc atgtacggca gcaaaacctt catcaaccac acccagggcea
1501 tccecgactt ctttaagceag tectteectg aggtaagtgt getegetteg geageacata
1561 tactatgttg aatgaggctt catgtatgta atagagatgt agagttagtg tggaagaata
1621 gttcaagatt aagaattcca taggatggca agatcctggt ataggctagg tggaggctca
1681 gtgccatagg atggcaagat cctggtatcg gtctgegagg atccgtegag cctctggeca
1741 catcggttcc tgcggtaage gggactctgg ggttcgaaat gaccgaccaa gegacgecca
1801 acctgccatc acgagatttc gattccaccg ccgecttcta tgaaaggttg ggettcggaa
1861 tcgttttccg ggacgeegge tggatgatec tccagegegg ggatctcatg ctggagttct
1921 tcgceccaccce tagggggagg ctaactgaaa cacggaagga gacaataccg gaaggaaccc
1981 gcgctatgac ggcaataaaa agacagaata aaacgcacgg tgttgggtcg tttgttcata
2041 aacgcggggt teggtcccag ggetggeact ctgtcgatac cccaccgaga cgecattggg
2101 gccaatacgc ccgegtttct tecttttcee caccccacce cccaagttcg ggtgaaggec

2161 cagggctcge agecaacgtc ggggeggeag gecctgecat agectcaggt atgtcgaccg



2221 atgcccttga gagccttcaa cccagtcage tecttceggt gggegegggg catgactatc
2281 gtcgeegeac ttatgactgt cttctttatc atgcaactcg taggacaggt gecggeageg
2341 ctctteegct tectegetea ctgacteget gegeteggte gtteggetge ggegageggt
2401 atcagctcac tcaaaggcgg taatacggtt atccacagaa tcaggggata acgcaggaaa
2461 gaacatgtga gcaaaaggcc agcaaaagge caggaaccgt aaaaaggecg cgttgetgge
2521 gtttttccat aggctecgec cccctgacga geatcacaaa aatcgacgcet caagtcagag
2581 gtggcgaaac ccgacaggac tataaagata ccaggegttt cccectggaa geteectegt
2641 gcgctetect gttccgaccc tgecgcettac cggatacctg teegecttte teectteggg
2701 aagcgtggeg ctttctcaat getcacgetg taggtatcte agttcggtgt aggtegttcg
2761 ctccaagctg ggetgtgtge acgaaccccc cgttcagecce gaccgetgeg ccttatccgg
2821 taactatcgt cttgagtcca acccggtaag acacgactta tcgecactgg cagcagecac
2881 tggtaacagg attagcagag cgaggtatgt aggcggtget acagagttct tgaagtggtg
2941 gcctaactac ggctacacta gaaggacagt atttggtatc tgegetctge tgaagecagt
3001 taccttcgga aaaagagttg gtagctcttg atccggeaaa caaaccaccg ctggtagegg
3061 tggttttttt gtttgcaage agcagattac gcgcagaaaa aaaggatctc aagaagatcc
3121 tttgatcttt tctacggggt ctgacgctca gtggaacgaa aactcacgtt aagggatttt
3181 ggtcatgaga ttatcaaaaa ggatcttcac ctagatcctt ttaaattaaa aatgaagttt
3241 taaatcaatc taaagtatat atgagtaaac ttggtctgac agttaccaat gcttaatcag
3301 tgaggcacct atctcagcga tctgtctatt tcgttcatee atagttgect gactcecegt
3361 cgtgtagata actacgatac gggagggctt accatctgge cccagtgetg caatgatacc
3421 gcgagaccca cgctcaccgg ctccagattt atcagcaata aaccagcecag ccggaagggc
3481 cgagcgceaga agtggtcctg caactttatc cgectccate cagtctatta attgttgecg
3541 ggaagctaga gtaagtagtt cgccagttaa tagtttgcge aacgttgttg ccattgetac
3601 aggcatcgtg gtgtcacgct cgtegtttgg tatggcttca ttcagetecg gtteccaacg
3661 atcaaggcga gttacatgat cccccatgtt gtgcaaaaaa geggttaget cctteggtec
3721 tccgatcgtt gtcagaagta agttggecgc agtgttatca ctcatggtta tggcageact
3781 gcataattct cttactgtca tgccatccgt aagatgettt tetgtgactg gtgagtactc
3841 aaccaagtca ttctgagaat agtgtatgeg gegaccgagt tgetcttgee cggegtcaat

3901 acgggataat accgcgecac atagcagaac tttaaaagtg ctcatcattg gaaaacgttc



3961 ttcggggega aaactctcaa ggatcttace getgttgaga tccagttcga tgtaacccac
4021 tcgtgcaccc aactgatctt cagceatcttt tactttcacc agegtttctg ggtgagcaaa
4081 aacaggaagg caaaatgccg caaaaaaggg aataagggeg acacggaaat gttgaatact
4141 catactcttc ctttttcaat attattgaag catttatcag ggttattgtc tcatgagegg
4201 atacatattt gaatgtattt agaaaaataa acaaataggg gttccgegea catttccecg
4261 aaaagtgcca cctgacgege cctgtagegg cgeattaage geggegggtg tggtggttac
4321 gegcagegtg accgctacac ttgecagege cctagegecc getecttteg ctttetteec
4381 ttectttcte gecacgttcg ccggetttee ccgtcaagcet ctaaatcggg ggeteccttt
4441 agggttcc

/1

pKR43

LOCUS pKR43 4815bp DNA circular SYN 12-DEC-2025

DEFINITION

ACCESSION pKR43

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 4815)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
source 1..1437

-1

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"

LLAA

/SECName="source



CDS

source

CDS

410..1437
/gene="H2A1p"
/label=H2A1p
/note="color: #993366; direction: RIGHT"
/translation="PAGELIALRGGRGWRGGP"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="H2A1p"
/SECDescr="color: #993366; direction: RIGHT"
410..1437

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/note="color: #ffffff"
/SECDrawAs="Info only"
/SECName="color"
/SECDescr="color: #ffffff"
1444..1483
/gene="Linker 2"
/SECDrawAs="Gene"

/SECStyleld=1

misc_feature 1490..1539

source

/label=BD Reverse Complementary to AFP
/note="color: #3366ff"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="BD6-AS"
/SECDescr="color: #3366ff"

1490..1539

—n

/organism="synthetic DNA construct"



CDS

/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="'source""
1521..1522
/gene="2 mismatches"

/SECDrawAs="Gene"

/SECStyleld=1

misc_feature 1540..1573

source

/label=Linker

/note="color: #ffff00"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="Linker 3"

/SECDescr="color: #ffff00"
1540..2109

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"

/SECName=""source"

misc_feature 1574..1585

CDS

/label=Intron splice enhancer (ISE)
/note="color: #00£f00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Intron splice enhancer (ISE)"
/SECDescr="color: #00ff00"

1586..1614
/gene="Canonical V1"

/SECDrawAs="Gene"



/SECStyleld=1
misc_feature 1615..1616
/label=Acc SS
/note="color: #008000"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Acc SS"
/SECDescr="color: #008000"
CDS 1617..1618
/gene="3" Acceptor\Site"
/label=3" Acceptor\Site
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="3" Acceptor\Site"
/SECDescr="color: #cc0000; direction: RIGHT"
CDS 1617..2060
/gene="mK-Ex2"
/label=mK-Ex2

/note="color: #cc0000"

/translation="GFTWERVTTYEDGGVLTATQDTSLQDGCLIYNVKIRGVNFPSNG

PVMQKKTLGWEASTEMLYPADGGLEGRSDMALKLVGGGHLICNLKTTYRSK
KPAKNLK

MPGVYYVDRRLERIKEADKETYVEQHEVAVARYCDLPSKLGHKLN"
/SECDrawAs="Gene"
/SECStyleld=1

/SECName="mK-Ex2"



/SECDescr="color: #cc0000"
misc_feature 2065..2120
/label=Linker 361-400 Kana
/note="color: #ffff00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Linker 4"
/SECDescr="color: #ffff00"
source 2110..4815

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

CDS 2121..2570
/gene="HSV1-pA"

/label=HSV1-pA

/label=HSV1-pA CDS

/note="color: #cc0000; direction: RIGHT"

/translation="AGL"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="HSV1-pA"

/SECDescr="color: #cc0000; direction: RIGHT"
gene complement(3650..4510)

/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED



Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW""
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGITAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW'""color: #cc0000; direction: LEFT"

rep_origin  join(4642..4815,1..282)
/direction=RIGHT
/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"

/SECDrawAs="Gene"



/SECStyleld=1
/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

ORIGIN
1 gatttagtgc tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta

61 gtgggccatc geectgatag acggtttttc geectttgac gttggagtcc acgttcttta
121 atagtggact cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg
181 atttataagg gattttgccg atttcggect attggttaaa aaatgagctg atttaacaaa
241 aatttaacgc gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcagge
301 tgcgcaactg ttgggaaggg cgatcggtge gggectette getattacge cageccaage
361 taccatgata agtaagtaat attaaggtac gggaggtact tggaggtacc ctgcaggtga
421 gttaatagct ctgecgeggag ggaggggatg gagagggggt ccttgatcgce ctcccaacat
481 tactgagcta catcacctga geagtttcta cccegattte tgtaacgagce agtttttctc
541 gttctgtgee ggegegegeg cgeacacaca cacacacaca cacacacaca cacacacgge
601 tcagattcgg ccgcacccgg caaccgctag ggtgeatgga gacacattag gttacataac
661 ccttcaccgt gttcgaaacc ctttcttgat cgtgtgggtg getctgaaaa gagectttgg
721 gttcaggacg ccgaggaacg cctcacttgg agetggtgta cttggtgaca gecttggtge
781 cctcggacac ggegtgcettg gecagetege cgggeageag caggegaacg geegtetgea
841 cttcgcggga cgtgatggtg gagegcttgt tgtagtgtge caggegggag gectegetgg
901 cgatgcgctc gaagatgtca ttggcgaagg agttcatgat geccatggec ttggacgaga
961 tgceggtgtc ggggtgeacc tgettcagea ccttgtacac gtagatagaa tagetctect
1021 tgcggeegeg cttgegctte ttgeegtect tettetgtge cttggtgaca gectttttag
1081 aacccttctt gggcgeagga gecgatttgg acgggtctgg catgatggct gagtctctec
1141 aaacagaaac gcgceggegcet cggagtaact ctatttgtac gttttgtatt caaatgaagg
1201 ctcaggattt gctcacttct gattggatca aacgttgttc tacgtcatcg ctgggaaagg
1261 aatacgcaaa ttaggagtgc caggttcttt ttctgattgg ctaccatage catccaatcg
1321 aacgccgegg tctagectac ctctgtacca tacataaggg ctegetggec ttcactgecc

1381 tcttgttttt agtctcgctt tteggttgee gttgtetttt ttecttgact cggaaggege



1441 gccgaagcag agttcagceca tgaatggaca accggagagt ggagaattct taatcttgaa
1501 ctattcttcc acactaactc atcatctcta ttacatacac ataagatggc aagatcctgg

1561 tatcggtctg cgacggggat gggggtacta acttcgagtc ttcttttttt ttttagggct

1621 tcacatggga gagagtcacc acatacgaag acgggggcegt getgaccgct acccaggaca
1681 ccagccteca ggacggetge ctcatctaca acgtcaagat cagaggggtg aacttcccat
1741 ccaacggccc tgtgatgcag aagaaaacac tcggetggga ggectccace gagatgetgt
1801 accccgetga cggeggectg gaaggceagaa gegacatgge cctgaagetce gtgggegggs
1861 gccacctgat ctgcaacttg aagaccacat acagatccaa gaaacccgct aagaacctca
1921 agatgcccgg cgtctactat gtggacagaa gactggaaag aatcaaggag gecgacaaag
1981 agacctacgt cgagcagcac gaggtggcetg tggecagata ctgegaccte cctagcaaac
2041 tggggcacaa acttaattga taaaggtcgt cagactgatg ggecctattc ggatattgag
2101 atgaggatcc aagcttgtaa gegggactct agggttcgaa atgaccgacc aagegacgcec
2161 caacctgcca tcacgagatt tcgattccac cgecgectte tatgaaaggt tgggettcgg
2221 aatcgttttc cgggacgecg getggatgat cctccagege ggggatctea tgetggagtt
2281 cttcgeccac cctaggggga ggctaactga aacacggaag gagacaatac cggaaggaac
2341 ccgegctatg acggcaataa aaagacagaa taaaacgcac ggtgttgggt cgtttgttca
2401 taaacgcggg gttcggtecc agggetggea ctetgtegat accccaccga gacgecattg
2461 gggccaatac geeegegttt cttecttttc cccaccecac cccccaagtt cgggtgaagg
2521 cccagggcte geagecaacg tcggggegge aggecctgec atagectcag ctcgagtatg
2581 tcgaccgatg cccttgagag ccttcaaccc agtcagetec ttecggtggg cgeggggeat
2641 gactatcgtc gecegcactta tgactgtctt ctttatcatg caactcgtag gacaggtgec

2701 ggcagcgctc ttcegcettec tegetcactg actecgetgeg cteggtegtt cggetgegge
2761 gagcggtatc agctcactca aaggeggtaa tacggttatc cacagaatca ggggataacg
2821 caggaaagaa catgtgagca aaaggccage aaaaggcecag gaaccgtaaa aaggecgegt
2881 tgctggegtt tttccatagg ctcecgeccce ctgacgagea tcacaaaaat cgacgetcaa
2941 gtcagaggtg gcgaaacccg acaggactat aaagatacca ggegtttcec cctggaagct
3001 ccctegtgeg ctetectgtt ccgaccctge cgettacegg atacctgtece gectttetee
3061 cttcgggaag cgtggegctt tctcaatget cacgetgtag gtatctcagt tcggtgtagg

3121 tcgttcgete caagetggge tgtgtgeacg aaccceecgt tcageccgac cgetgegect



/1l

3181 tatccggtaa ctatcgtctt gagtccaacc cggtaagaca cgacttatcg ccactggeag
3241 cagccactgg taacaggatt agcagagcga ggtatgtagg cggtgcetaca gagttcttga
3301 agtggtggcec taactacgge tacactagaa ggacagtatt tggtatctge getctgetga
3361 agccagttac cttcggaaaa agagttggta getcttgatc cggcaaacaa accaccgetg
3421 gtagcggtgg tttttttgtt tgcaagcage agattacgcg cagaaaaaaa ggatctcaag
3481 aagatccttt gatcttttct acggggtctg acgctcagtg gaacgaaaac tcacgttaag
3541 ggattttggt catgagatta tcaaaaagga tcttcaccta gatcctttta aattaaaaat
3601 gaagttttaa atcaatctaa agtatatatg agtaaacttg gtctgacagt taccaatgct
3661 taatcagtga ggcacctatc tcagcgatct gtctatttcg ttcatccata gttgectgac
3721 tcceegtegt gtagataact acgatacggg agggcttacc atctggeccc agtgetgeaa
3781 tgataccgcg agacccacgc tcaccggctc cagatttatc agcaataaac cagccagecg
3841 gaagggccega gegeagaagt ggtectgeaa ctttatccge ctecatccag tctattaatt
3901 gttgccggga agctagagta agtagttcge cagttaatag tttgegcaac gttgttgeca
3961 ttgctacagg catcgtggtg tcacgetegt cgtttggtat ggettcattc agetceggtt
4021 cccaacgatc aaggcgagtt acatgatccc ccatgttgtg caaaaaagceg gttagcetect
4081 tcggtcectee gategttgtc agaagtaagt tggecgcagt gttatcactc atggttatgg
4141 cagcactgca taattctctt actgtcatge catccgtaag atgettttct gtgactggtg
4201 agtactcaac caagtcattc tgagaatagt gtatgcggeg accgagttge tcttgeecgg
4261 cgtcaatacg ggataatacc gcgccacata gcagaacttt aaaagtgetc atcattggaa
4321 aacgttcttc ggggcegaaaa ctctcaagga tcttaccgcet gttgagatcc agttcgatgt
4381 aacccactcg tgcacccaac tgatcttcag catcttttac tttcaccagce gtttctgggt
4441 gagcaaaaac aggaaggcaa aatgccgeaa aaaagggaat aagggegaca cggaaatgtt
4501 gaatactcat actcttcctt tttcaatatt attgaagcat ttatcagggt tattgtctca

4561 tgagcggata catatttgaa tgtatttaga aaaataaaca aataggggtt ccgegeacat
4621 ttcccegaaa agtgecacct gacgegecct gtageggegce attaagegeg gegggtgtgg
4681 tggttacgcg cagegtgacc getacacttg ccagegecct agegeccgct cetttegett
4741 tcttcectte ctttctegece acgttegecg getttceeeg tcaagcetcta aatcgggggc

4801 tccctttagg gttcc



pKR44

LOCUS pKR44 4402 bp DNA circular SYN 20-AUG-2025

DEFINITION

ACCESSION pKR44

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 4402)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
source 1..1245
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""
CDS 411..1251
/gene="SSX1p"
/label=SSX1p
/note="color: #cc0000; direction: RIGHT"
/codon_start=3
/translation="AALQGSQIMAHCNLVLLGSSYPPTSAS"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="SSX1p"

/SECDescr="color: #cc0000; direction: RIGHT"



source 1246..1582

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

misc_signal 1257..1262
/label=KOZAK
/note="/created_by=""User"""

/note="color: #cc0000; direction: RIGHT"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="KOZAK"

/SECDescr="/created_by=""User""color: #cc0000; direction: RIGHT"

CDS 1266..1532
/gene="mK-Ex1"

/label=mK-Ex1

/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="mK-Ex1"

/SECDescr="color: #cc0000; direction: RIGHT"

CDS 1531..1538
/gene="5D"

/SECDrawAs="Gene"
/SECStyleld=1

CDS 1533..1582
/gene="miR1 version Mv3 Intron"

/label=miR1 version Mv3 Intron

/note="color: #cc0000; direction: RIGHT"



/SECDrawAs="Gene"
/SECStyleld=1
/SECName="ID"
/SECDescr="color: #cc0000; direction: RIGHT"
CDS 1583..1632
/gene="BD5-S"
/SECDrawAs="Gene"
/SECStyleld=1
misc_feature 1639..1672
/label=Linker
/note="color: #ffff00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Linker1"
/SECDescr="color: #ffff00"
source 1639..2171

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

CDS 1673..2162
/gene="HSV1-pA"

/label=HSV1-pA

/label=HSV1-pA CDS

/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="HSV1-pA"

/SECDescr="color: #cc0000; direction: RIGHT"



source 2172..4402

—n mn

/organism="synthetic DNA construct
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

gene complement(3237..4097)
/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"™"
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV



AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin  join(4229..4402,1..282)
/direction=RIGHT
/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

ORIGIN

1 gatttagtgc tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta

61 gtgggccatc geectgatag acggtttttc geectttgac gttggagtce acgttcttta
121 atagtggact cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg
181 atttataagg gattttgccg atttcggect attggttaaa aaatgagctg atttaacaaa
241 aatttaacgc gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcagge
301 tgcgcaactg ttgggaaggg cgatcggtge gggectctte getattacge cageccaage
361 taccatgata agtaagtaat attaaggtac gggaggtact tggaggtacc cggecgecct
421 gcagggtagc cagatcatgg ctcactgcaa cctegtacte ctgggcetcaa getatcctec
481 tacctcagcc tcctgagtaa cggactacag geacaccacc ccaccteget aattttattt
541 attttttttg tagagaaaag agacagggta ttgctctgtt geccagggtg gggtgeagtg
601 gcatgatcat ggctcactgc aacctctgec tcccaggttc aagtgatcct ccagetgtgg
661 cctcectaag tgetgggatt acaaccgtga gecgecgeac cggeccaaat ttettacgte
721 actacagagt tcctaggaaa aaatcccata cctgaaaaag atagaaactg acaggaagga
781 tttgagatga tgacctgctt catatacact ccttattaaa actggataac aatgcaccac

841 cgaggaggtg gggagggata ggaaaaatga aaagagaaaa tcagegceatg cgtactctga



901 tttgggaaga ctccaaagag aaaatcagag catgcgtact ctgaacttgg agtagccaat
961 cccaggggat getttaggeg ggaaagtcag agtttctgec tccattttga gaaggttctg
1021 tcectagage ctagactgat agaccccaca tcagcettgge ttgtcccgec tactgttctg
1081 acttctgatt ggccagatgg agttcactaa ctgeectgat tggtecatca tectggagea
1141 atgacattgc agaatatttt ctcctcctec agecacactt tgtcaccaac tgetgecaac

1201 tcgccaccac tgetgecgac ctegeaacca ctgetttgte tetggegege cagetcgeca
1261 ccatggtgtc taagggcgaa gagctgatta aggagaacat gcacatgaag ctgtacatgg
1321 agggcaccgt gaacaaccac cacttcaagt gcacatccga gggegaagge aagecctacg
1381 agggcaccca gaccatgaga atcaaggtgg tcgagggegg ccctctcecc ttegectteg
1441 acatcctggc taccagcttc atgtacggca gcaaaacctt catcaaccac acccagggcea
1501 tccecgactt ctttaagceag tecttecctg aggtaagtgt getegetteg geageacata
1561 tactatgttg aatgaggctt catggggaga gttggagttt tttgaagggg agagatttgg
1621 aggagggagc aagaattcca taggatggea agatcctggt atcggtctge gaggatcegt
1681 cgagcctctg gecacategg ttectgeggt aagegggact ctggggttcg aaatgaccga
1741 ccaagcgacg cccaacctge catcacgaga tttcgattcc accgecgcect tctatgaaag
1801 gttgggcttc ggaatcgttt tccgggacge cggetggatg atcctccage geggggatct
1861 catgctggag ttcttcgeec accctagggg gaggcetaact gaaacacgga aggagacaat
1921 accggaagga acccgegcta tgacggcaat aaaaagacag aataaaacgc acggigitgg
1981 gtcgtttgtt cataaacgcg gggttcggtc ccagggetgg cactctgteg ataccccacc
2041 gagacgccat tggggccaat acgeecgegt ttettecttt tccccaccee accecccaag
2101 ttcgggtgaa ggcccagggc tcgeagecaa cgteggggeg geaggecctg ccatagecte
2161 aggtatgtcg accgatgecc ttgagagcct tcaacccagt cagetectte cggtgggcge
2221 ggggcatgac tatcgtcgec geacttatga ctgtcttctt tatcatgcaa ctcgtaggac
2281 aggtgceggce agegctctte cgettecteg ctcactgact cgetgegete ggtegttegg
2341 ctgeggegag cggtatcage tcactcaaag geggtaatac ggttatccac agaatcaggg
2401 gataacgcag gaaagaacat gtgagcaaaa ggccagcaaa aggccaggaa ccgtaaaaag
2461 geegegttge tggegttttt ccataggetc cgeccccctg acgageatca caaaaatcga
2521 cgctcaagtc agaggtggeg aaacccgaca ggactataaa gataccagge gtttceeect

2581 ggaagctccc tegtgegctc tectgtteeg accctgecgce ttaccggata cctgteegec



2641 tttcteectt cgggaagegt ggegcetttct caatgetcac getgtaggta tctcagttcg
2701 gtgtaggtcg ttcgetccaa getgggetgt gtgeacgaac cccccgttca geecgaccge
2761 tgcgccttat ccggtaacta tegtcttgag tccaaccecgg taagacacga cttatcgeca
2821 ctggcagcag ccactggtaa caggattagc agagcgaggt atgtaggegg tgctacagag
2881 ttcttgaagt ggtggectaa ctacggctac actagaagga cagtatttgg tatctgegct
2941 ctgctgaagce cagttacctt cggaaaaaga gttggtagcet cttgatccgg caaacaaacc
3001 accgctggta geggtggttt tettgtttge aagcageaga ttacgcgeag aaaaaaagga
3061 tctcaagaag atcctttgat cttttctacg gggtctgacg ctcagtggaa cgaaaactca
3121 cgttaaggga ttttggtcat gagattatca aaaaggatct tcacctagat ccttttaaat

3181 taaaaatgaa gttttaaatc aatctaaagt atatatgagt aaacttggtc tgacagttac

3241 caatgcttaa tcagtgaggce acctatctca gegatctgte tatttcgttc atccatagtt

3301 gcectgactec ccgtegtgta gataactacg atacgggagg gettaccatc tggecccagt
3361 gctgcaatga taccgcgaga cccacgctca ccggetecag atttatcage aataaaccag
3421 ccagecggaa gggecgageg cagaagtggt cctgeaactt tatccgecte catccagtcet
3481 attaattgtt gccgggaage tagagtaagt agttcgecag ttaatagttt gcgcaacgtt
3541 gttgccattg ctacaggcat cgtggtgtca cgetegtegt ttggtatggce ttcattcage
3601 tccggtteec aacgatcaag gegagttaca tgatccccca tgttgtgeaa aaaageggtt
3661 agctccttcg gtecteegat cgttgtcaga agtaagttgg ccgeagtgtt atcactcatg
3721 gttatggcag cactgcataa ttctcttact gtcatgecat ccgtaagatg cttttctgtg

3781 actggtgagt actcaaccaa gtcattctga gaatagtgta tgeggegacc gagttgetct
3841 tgcecggegt caatacggga taataccgeg ccacatagea gaactttaaa agtgetcatce
3901 attggaaaac gttcttcggg gegaaaactc tcaaggatct taccgetgtt gagatccagt
3961 tcgatgtaac ccactcgtge acccaactga tcttcageat cttttacttt caccagegtt
4021 tctgggtgag caaaaacagg aaggcaaaat gccgcaaaaa agggaataag ggegacacgg
4081 aaatgttgaa tactcatact cttccttttt caatattatt gaagcattta tcagggttat

4141 tgtctcatga geggatacat atttgaatgt atttagaaaa ataaacaaat aggggttccg
4201 cgcacatttc cccgaaaagt gecacctgac gegeectgta geggegeatt aagegeggeg
4261 ggtgtggtgg ttacgcgceag cgtgaccgct acacttgeca gegeectage geeegetect

4321 ttcgctttct tcecttectt tetegecacg ttcgeeggcet tteccegtca agetctaaat



4381 cgggggctec ctttagggtt cc
/1

pKR45

LOCUS pKR45 4815bp DNA circular SYN 20-AUG-2025

DEFINITION

ACCESSION pKR45

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 4815)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
source 1..1437

-1

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""
CDS 410..1437
/gene="H2A1p"
/label=H2A1p
/note="color: #993366; direction: RIGHT"
/translation="PAGELIALRGGRGWRGGP"
/SECDrawAs="Gene"
/SECStyleld=1

/SECName="H2A1p"



source

CDS

/SECDescr="color: #993366; direction: RIGHT"
410..1437

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/note="color: #ffffff"
/SECDrawAs="Info only"
/SECName="color"
/SECDescr="color: #ffffff"
1444..1483
/gene="linker 2"

/SECDrawAs="Gene"

/SECStyleld=1

misc_feature 1490..1539

source

/label=BD Reverse Complementary to AFP
/note="color: #3366ff"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="BD5-AS"
/SECDescr="color: #3366ff"

1490..1539

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"

mn

/SECName=""source

misc_feature 1540..1573

/label=Linker
/note="color: #{fff00"
/SECDrawAs="Gene"

/SECStyleld=1



source

/SECName="Linker"
/SECDescr="color: #ffff00"
1540..2109

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"

/SECName=""source""

misc_feature 1574..1585

CDS

CDS

/label=Intron splice enhancer (ISE)
/note="color: #00£f00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Intron splice enhancer (ISE)"
/SECDescr="color: #00ff00"
1586..1614
/gene="Canonical V1"
/SECDrawAs="Gene"
/SECStyleld=1
1586..1617
/gene="Canonical 3'SE V1"
/SECDrawAs="Gene"

/SECStyleld=1

misc_feature 1615..1616

/label=Acc SS
/note="color: #008000"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Acc SS"

/SECDescr="color: #008000"



CDS 1617..1618
/gene="3" Acceptor\Site"
/label=3" Acceptor\Site
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="3" Acceptor\Site"
/SECDescr="color: #cc0000; direction: RIGHT"
CDS 1617..2060
/gene="mK-Ex2"
/label=mK-Ex2

/note="color: #cc0000"

/translation="GFTWERVTTYEDGGVLTATQDTSLQDGCLIYNVKIRGVNFPSNG

PVMQKKTLGWEASTEMLYPADGGLEGRSDMALKLVGGGHLICNLKTTYRSK
KPAKNLK

MPGVYYVDRRLERIKEADKETYVEQHEVAVARYCDLPSKLGHKLN"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mK-Ex2"
/SECDescr="color: #cc0000"

misc_feature 2065..2120
/label=Linker 361-400 Kana
/note="color: #ffff00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Linker 4"

/SECDescr="color: #ffff00"



source 2110..4815

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

CDS 2121..2570
/gene="HSV1-pA"

/label=HSV1-pA

/label=HSV1-pA CDS

/note="color: #cc0000; direction: RIGHT"

/translation="AGL"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="HSV1-pA"

/SECDescr="color: #cc0000; direction: RIGHT"
gene complement(3650..4510)

/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"""



/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"
/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGITAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW'""color: #cc0000; direction: LEFT"

rep_origin  join(4642..4815,1..282)
/direction=RIGHT
/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

ORIGIN
1 gatttagtgc tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta
61 gtgggccatc geectgatag acggtttttc geectttgac gttggagtcc acgttcttta
121 atagtggact cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg
181 atttataagg gattttgccg atttcggect attggttaaa aaatgagctg atttaacaaa

241 aatttaacgc gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcagge



301 tgcgcaactg ttgggaaggg cgatcggtge gggectctte getattacge cageccaage
361 taccatgata agtaagtaat attaaggtac gggaggtact tggaggtacc ctgcaggtga
421 gttaatagct ctgegeggag ggaggggatg gagagggggt ccttgatcge ctcccaacat
481 tactgagcta catcacctga geagtttcta ccccgattte tgtaacgagce agtttttcte

541 gttctgtgee ggegegegeg cgeacacaca cacacacaca cacacacaca cacacacgge
601 tcagattcgg ccgeaccegg caaccgctag ggtgeatgga gacacattag gttacataac
661 ccttcaccgt gttcgaaacc ctttcttgat cgtgtgggtg getctgaaaa gagectttgg

721 gttcaggacg ccgaggaacg cctcacttgg agetggtgta cttggtgaca gecttggtge
781 cctcggacac ggegtgcettg gecagetege cgggeageag caggegaacg geegtetgea
841 cttcgcggga cgtgatggtg gagegcettgt tgtagtgtge caggegggag gectegetgg
901 cgatgcgctc gaagatgtca ttggcgaagg agttcatgat geccatggece ttggacgaga
961 tgceggtgte ggggtgeacc tgettcagea ccttgtacac gtagatagaa tagetctect
1021 tgcggeegeg cttgegctte ttgeegtect tettctgtge cttggtgaca gectttttag

1081 aacccttctt gggegeagga geegatttgg acgggtctgg catgatgget gagtetctec
1141 aaacagaaac gcgeggegcet cggagtaact ctatttgtac gttttgtatt caaatgaagg
1201 ctcaggattt gctcacttct gattggatca aacgttgttc tacgtcatcg ctgggaaagg
1261 aatacgcaaa ttaggagtgc caggttcttt ttctgattgg ctaccatage catccaatcg
1321 aacgccgegg tctagectac ctetgtacca tacataaggg ctegetggec ttcactgecc
1381 tcttgttttt agtctegcett ttcggttgee gttgtctttt ttccttgact cggaaggegc

1441 gccgaagcag agttcageca tgaatggaca accggagagt ggagaattct tgetcectee
1501 tccaaatctc tccecttcaa ttaactccaa ctetceccac ataagatgge aagatcctgg
1561 tatcggtctg cgacggggat gggggtacta acttcgagtc ttcttttttt ttttagggct

1621 tcacatggga gagagtcacc acatacgaag acgggggcegt getgaccgct acccaggaca
1681 ccagccteca ggacggetge ctcatctaca acgtcaagat cagaggggtg aacttcccat
1741 ccaacggccc tgtgatgcag aagaaaacac tcggetggga ggectccacce gagatgetgt
1801 accccgetga cggeggectg gaaggceagaa gegacatgge cctgaagetce gtgggegggs
1861 gccacctgat ctgcaacttg aagaccacat acagatccaa gaaacccgct aagaacctca
1921 agatgcccgg cgtctactat gtggacagaa gactggaaag aatcaaggag gecgacaaag

1981 agacctacgt cgagcagcac gaggtggcetg tggecagata ctgegaccte cctagcaaac



2041 tggggcacaa acttaattga taaaggtcgt cagactgatg ggecctattc ggatattgag
2101 atgaggatcc aagcttgtaa gegggactct agggttcgaa atgaccgacc aagegacgcec
2161 caacctgcca tcacgagatt tcgattccac cgecgectte tatgaaaggt tgggettcgg
2221 aatcgttttc cgggacgecg getggatgat cctccagege ggggatctea tgetggagtt
2281 cttcgeccac cctaggggga ggctaactga aacacggaag gagacaatac cggaaggaac
2341 ccgegctatg acggcaataa aaagacagaa taaaacgcac ggtgttgggt cgtttgttca
2401 taaacgcggg gttcggtece agggetggea ctetgtegat accccaccga gacgecattg
2461 gggccaatac geeegegttt cttecttttc cccaccecac cccccaagtt cgggtgaagg
2521 cccagggcte geagecaacg tcggggegge aggecctgec atagectcag ctcgagtatg
2581 tcgaccgatg cccttgagag ccttcaaccc agtcagetec ttecggtggg cgeggggeat
2641 gactatcgtc gecegeactta tgactgtctt ctttatcatg caactcgtag gacaggtgec
2701 ggcagcgctc ttcegcettec tegetcactg actcgetgeg cteggtegtt cggetgegge
2761 gagcggtatc agctcactca aaggeggtaa tacggttatc cacagaatca ggggataacg
2821 caggaaagaa catgtgagca aaaggccage aaaaggecag gaaccgtaaa aaggecgegt
2881 tgctggegtt tttccatagg ctcegecccee ctgacgagea tcacaaaaat cgacgctcaa
2941 gtcagaggtg gcgaaacccg acaggactat aaagatacca ggegtttcec cctggaagct
3001 ccctegtgeg ctetectgtt ccgaccctge cgettaccgg atacctgtee gectttetee
3061 cttcgggaag cgtggegctt tctcaatgct cacgetgtag gtatctcagt tcggtgtagg
3121 tcgttcgete caagetggge tgtgtgeacg aaccceecgt tcageccgac cgetgegect
3181 tatccggtaa ctatcgtctt gagtccaacc cggtaagaca cgacttatcg ccactggeag
3241 cagccactgg taacaggatt agcagagcga ggtatgtagg cggtgcetaca gagttcttga
3301 agtggtggcec taactacgge tacactagaa ggacagtatt tggtatctge getctgetga
3361 agccagttac cttcggaaaa agagttggta getcttgatc cggcaaacaa accaccgetg
3421 gtagcggtgg tttttttgtt tgcaagcage agattacgcg cagaaaaaaa ggatctcaag
3481 aagatccttt gatcttttct acggggtctg acgctcagtg gaacgaaaac tcacgttaag
3541 ggattttggt catgagatta tcaaaaagga tcttcaccta gatcctttta aattaaaaat

3601 gaagttttaa atcaatctaa agtatatatg agtaaacttg gtctgacagt taccaatgct

3661 taatcagtga ggcacctatc tcagcgatct gtctatttcg ttcatccata gttgectgac

3721 tcceegtegt gtagataact acgatacggg agggcttacc atctggeccc agtgetgeaa



/1l

3781 tgataccgcg agacccacgc tcaccggctc cagatttatc agcaataaac cagccagecg
3841 gaagggccega gegeagaagt ggtectgeaa ctttatccge ctecatccag tctattaatt
3901 gttgceggga agctagagta agtagttcge cagttaatag tttgegeaac gttgttgeca
3961 ttgctacagg catcgtggtg tcacgetegt cgtttggtat ggettcattc agetceggtt
4021 cccaacgatc aaggcgagtt acatgatccc ccatgttgtg caaaaaagceg gttagcetect
4081 tcggtcectee gategttgtc agaagtaagt tggecgcagt gttatcactc atggttatgg
4141 cagcactgca taattctctt actgtcatge catccgtaag atgcettttct gtgactggtg

4201 agtactcaac caagtcattc tgagaatagt gtatgcggeg accgagttge tcttgeecgg
4261 cgtcaatacg ggataatacc gcgccacata gcagaacttt aaaagtgctc atcattggaa
4321 aacgttcttc ggggcegaaaa ctctcaagga tcttaccgcet gttgagatcc agttcgatgt
4381 aacccactcg tgcacccaac tgatcttcag catcttttac tttcaccagce gtttctgggt
4441 gagcaaaaac aggaaggcaa aatgccgeaa aaaagggaat aagggegaca cggaaatgtt
4501 gaatactcat actcttcctt tttcaatatt attgaagcat ttatcagggt tattgtctca

4561 tgagcggata catatttgaa tgtatttaga aaaataaaca aataggggtt ccgegeacat
4621 ttccccgaaa agtgecacct gacgegecct gtageggegce attaagegeg gegggtgtgg
4681 tggttacgcg cagegtgacc getacacttg ccagegecct agegeccgct cetttegett
4741 tcttcectte ctttctegece acgttegecg getttceeeg tcaagcetcta aatcgggggc

4801 tccctttagg gttcc

pKR70

LOCUS pKR70 4789 bp DNA circular SYN 21-AUG-2025

DEFINITION

ACCESSION pKR70

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown

Unclassified.

REFERENCE 1 (bases 1 to 4789)



AUTHORS Self

JOURNAL Unpublished.

COMMENT

Software

FEATURES

source

source

CDS

CDS

SECID/File created by Clone Manager, Scientific & Educational

Location/Qualifiers
1..1437
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""
411..1437
/organism="synthetic DNA construct"
/mol_type="other DNA"
/note="color: #ffffff"
/SECDrawAs="Info only"
/SECName="color"
/SECDescr="color: #ffffff"
411..1443
/gene="H2A1p"
/label=H2A1p
/mote="color: #993366; direction: RIGHT"
/codon_start=3
/translation="AGELIALRGGRGWRGGP"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="H2A1p"
/SECDescr="color: #993366; direction: RIGHT"
1444..1463
/gene="linker2 20bp"



/SECDrawAs="Gene"

/SECStyleld=1

misc_feature 1464..1513

source

/label=BD Reverse Complementary to AFP
/note="color: #3366ff"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName=" AFP BD-AS"
/SECDescr="color: #3366ff"

1464..1559

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"

mn

/SECName=""source

misc_feature 1514..1547

/label=Linker
/note="color: #ffff00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Linker3"

/SECDescr="color: #ffff00"

misc_feature 1548..1559

CDS

/label=Intron splice enhancer (ISE)
/note="color: #00£f00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Intron splice enhancer (ISE)"
/SECDescr="color: #00ff00"

1560..1567



/gene="BP"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 1560..1588
/gene="Canonical V1"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 1573..1588
/gene="ppt"
/SECDrawAs="Gene"
/SECStyleld=1

misc_feature 1589..1590
/label=Acc SS
/note="color: #008000"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Acc SS"
/SECDescr="color: #008000"

source 1589..2083

—n mn

/organism="synthetic DNA construct
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"'

CDS 1591..1592
/gene="3" Acceptor\Site"

/label=3" Acceptor\Site
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"

/SECStyleld=1



/SECName="3" Acceptor\Site"

/SECDescr="color: #cc0000; direction: RIGHT"
CDS 1591..2034

/gene="mK-Ex2"

/label=mK-Ex2

/note="color: #cc0000"

/translation="GFTWERVTTYEDGGVLTATQDTSLQDGCLIYNVKIRGVNFPSNG

PVMQKKTLGWEASTEMLYPADGGLEGRSDMALKLVGGGHLICNLKTTYRSK
KPAKNLK

MPGVYYVDRRLERIKEADKETYVEQHEVAVARYCDLPSKLGHKLN"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mK-Ex2"
/SECDescr="color: #cc0000"

misc_feature 2039..2094
/label=Linker 361-400 Kana
/note="color: #ffff00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Linker 4"
/SECDescr="color: #ffff00"

source 2084..4789
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

CDS 2095..2544



/gene="HSV1-pA"

/label=HSV1-pA

/label=HSV1-pA CDS

/note="color: #cc0000; direction: RIGHT"

/translation="AGL"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="HSV1-pA"

/SECDescr="color: #cc0000; direction: RIGHT"
gene complement(3624..4484)

/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"™"
/mote="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ



LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF

LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW

MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin  join(4616..4789,1..282)
/direction=RIGHT
/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

ORIGIN
1 gatttagtgc tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta
61 gtgggccatc geectgatag acggtttttc geectttgac gttggagtce acgttcttta
121 atagtggact cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg
181 atttataagg gattttgccg atttcggect attggttaaa aaatgagctg atttaacaaa
241 aatttaacgc gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcagge
301 tgcgcaactg ttgggaaggg cgatcggtge gggectctte getattacge cageccaage
361 taccatgata agtaagtaat attaaggtac gggaggtact tggaggtacc ctgcaggtga
421 gttaatagct ctgecgeggag ggaggggatg gagagggggt ccttgatcge cteccaacat
481 tactgagcta catcacctga geagtttcta ccccgattte tgtaacgagce agtttttctc
541 gttctgtgee ggegegegeg cgracacaca cacacacaca cacacacaca cacacacgge

601 tcagattcgg ccgcacccgg caaccgctag ggtgeatgga gacacattag gttacataac



661 ccttcaccgt gttcgaaacc ctttcttgat cgtgtgggtg getctgaaaa gagectttgg

721 gttcaggacg ccgaggaacg cctcacttgg agetggtgta cttggtgaca gecttggtge
781 cctcggacac ggegtgcettg gecagetege cgggeageag caggegaacg geegtetgea
841 cttcgcggga cgtgatggtg gagegcttgt tgtagtgtge caggegggag gectegetgg
901 cgatgcgctc gaagatgtca ttggcgaagg agttcatgat geccatggece ttggacgaga
961 tgceggtgte ggggtgeacc tgettcagea ccttgtacac gtagatagaa tagetctect
1021 tgcggeegceg cttgegctte ttgeegtect tettctgtge cttggtgaca gectttttag

1081 aacccttctt gggegeagga geegatttgg acgggtctgg catgatggcet gagtctctec
1141 aaacagaaac gcgeggegcet cggagtaact ctatttgtac gttttgtatt caaatgaagg
1201 ctcaggattt gctcacttct gattggatca aacgttgttc tacgtcatcg ctgggaaagg

1261 aatacgcaaa ttaggagtgc caggttcttt ttctgattgg ctaccatage catccaatcg

1321 aacgccgegg tctagectac ctetgtacca tacataaggg ctegetggec ttcactgecc
1381 tcttgttttt agtctegcett ttcggttgee gttgtctttt ttccttgact cggaaggegc

1441 gccatggaca accggagagt ggattgatcc tttctccaaa tctcttcttt taaattaaat

1501 ccaaatctct ccacataaga tggcaagatc ctggtatcgg tctgegacgg ggatgggggt
1561 actaacttcg agtcttcttt ttttttttag ggcttcacat gggagagagt caccacatac

1621 gaagacgggg gegtgetgac cgetacccag gacaccagec tccaggacgg ctgecteatc
1681 tacaacgtca agatcagagg ggtgaacttc ccatccaacg gecctgtgat gcagaagaaa
1741 acactcggct gggaggcectc caccgagatg ctgtaccecg ctgacggegg cctggaagge
1801 agaagcgaca tggccctgaa getegtggge gggggecacc tgatctgeaa cttgaagacc
1861 acatacagat ccaagaaacc cgctaagaac ctcaagatgce ccggegtcta ctatgtggac
1921 agaagactgg aaagaatcaa ggaggccgac aaagagacct acgtcgagea geacgaggtg
1981 gctgtggecea gatactgega cctecctage aaactgggge acaaacttaa ttgataaagg
2041 tcgtcagact gatgggecct attcggatat tgagatgagg atccaagctt gtaageggga
2101 ctctagggtt cgaaatgacc gaccaagcga cgeccaacct gecatcacga gatttcgatt
2161 ccaccgeegc cttctatgaa aggttgggct tcggaatcgt tttccgggac geeggetgga
2221 tgatcctcca gegeggggat ctcatgetgg agttettcge ccaccctagg gggaggctaa
2281 ctgaaacacg gaaggagaca ataccggaag gaacccgegc tatgacggcea ataaaaagac

2341 agaataaaac gcacggtgtt gggtcgtttg ttcataaacg cggggticgg tcccagggcet



2401 ggcactctgt cgatacccca ccgagacgec attggggeca atacgeccgc gtttettect
2461 tttcceccacc ccacccccca agttcgggtg aaggeccagg getcgeagec aacgtegggg
2521 cggcraggcecc tgecatagec tcagetcgag tatgtcgacc gatgeccttg agagecttca
2581 acccagtcag ctecttcegg tgggegeggg geatgactat cgtegecgcea cttatgactg
2641 tcttctttat catgcaactc gtaggacagg tgccggeage getcttecgce ttectegcete
2701 actgactcgc tgegeteggt cgttcggetg cggegagegg tatcagcetca ctcaaaggeg
2761 gtaatacggt tatccacaga atcaggggat aacgcaggaa agaacatgtg agcaaaagge
2821 cagcaaaagg ccaggaaccg taaaaaggcce gegttgetgg cgtttttcca taggetccge
2881 ccccctgacg agcatcacaa aaatcgacgc tcaagtcaga ggtggegaaa cccgacagga
2941 ctataaagat accaggcgtt tccecectgga ageteecteg tgegcetctec tgttecgacc
3001 ctgccgetta ccggatacct gteegecttt cteecttcgg gaagegtgge getttctcaa
3061 tgctcacgct gtaggtatct cagttcggtg taggtegttc getccaaget gggetgtgtg
3121 cacgaacccc ccgttcagec cgaccgetge gecttatccg gtaactateg tettgagtec
3181 aacccggtaa gacacgactt atcgccactg gecagcageca ctggtaacag gattagcaga
3241 gcgaggtatg taggcggtge tacagagttc ttgaagtggt ggectaacta cggcetacact
3301 agaaggacag tatttggtat ctgcgctctg ctgaagecag ttaccttcgg aaaaagagtt
3361 ggtagctctt gatccggeaa acaaaccacc getggtageg gtggtttttt tgtttgcaag
3421 cagcagatta cgcgcagaaa aaaaggatct caagaagatc ctttgatctt ttctacgggg
3481 tctgacgctc agtggaacga aaactcacgt taagggattt tggtcatgag attatcaaaa
3541 aggatcttca cctagatcct tttaaattaa aaatgaagtt ttaaatcaat ctaaagtata

3601 tatgagtaaa cttggtctga cagttaccaa tgcttaatca gtgaggcacc tatctcageg
3661 atctgtctat ttcgttcatc catagttgec tgactccecg tegtgtagat aactacgata

3721 cgggagggct taccatctgg ccccagtget geaatgatac cgegagaccce acgcetcaccg
3781 gctccagatt tatcagcaat aaaccageca gecggaaggg ccgagegeag aagtggtect
3841 gcaactttat ccgectecat ccagtctatt aattgttgec gggaagctag agtaagtagt
3901 tcgccagtta atagtttgeg caacgttgtt gecattgeta caggcatcgt ggtgtcacge
3961 tcgtegtttg gtatggcttc attcagetce ggttcccaac gatcaaggeg agttacatga
4021 tcccccatgt tgtgcaaaaa ageggttage tecttcggte ctecgatcgt tgtcagaagt

4081 aagttggccg cagtgttatc actcatggtt atggcagcac tgcataattc tcttactgtce



4141 atgccatccg taagatgctt ttctgtgact ggtgagtact caaccaagtc attctgagaa
4201 tagtgtatgc ggcgaccgag ttgetettge ccggegtcaa tacgggataa taccgegeca
4261 catagcagaa ctttaaaagt gctcatcatt ggaaaacgtt cttcggggeg aaaactctca
4321 aggatcttac cgctgttgag atccagttcg atgtaaccca ctcgtgeacc caactgatct
4381 tcagcatctt ttactttcac cagegtttct gggtgagcaa aaacaggaag gcaaaatgcec
4441 gcaaaaaagg gaataaggge gacacggaaa tgttgaatac tcatactctt cctttttcaa
4501 tattattgaa gcatttatca gggttattgt ctcatgageg gatacatatt tgaatgtatt

4561 tagaaaaata aacaaatagg ggttccgege acatttccece gaaaagtgec acctgacgeg
4621 ccctgtageg gegceattaag cgeggegggt gtggtggtta cgegeagegt gaccgctaca
4681 cttgccageg cecctagegec cgetecttte getttettee cttectttet cgecacgtte
4741 geeggcttte cccgtcaagc tctaaatcgg gggetecctt tagggttec

/1l

pKR77
LOCUS pKR77 4410 bp DNA circular SYN 21-AUG-2025
DEFINITION
ACCESSION pKR77

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown

Unclassified.

REFERENCE 1 (bases 1 to 4410)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
source 1..1245

-1

/organism="synthetic DNA construct"

/mol_type="other DNA"



CDS

source

/SECDrawAs="Info only"
/SECName="source""
411..1251
/gene="SSX1p"
/label=SSX1p
/note="color: #cc0000; direction: RIGHT"
/codon_start=3
/translation="AALQGSQIMAHCNLVLLGSSYPPTSAS"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="SSX1p"
/SECDescr="color: #cc0000; direction: RIGHT"
1246..1534

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"

/SECName=""source""

misc_signal 1257..1262

CDS

/label=KOZAK

/note="/created_by=""User"""

/note="color: #cc0000; direction: RIGHT"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="KOZAK"

/SECDescr="/created_by=""User""color: #cc0000; direction
1266..1532

/gene="mK-Ex1"

/label=mK-Ex1

/note="color: #cc0000; direction: RIGHT"

: RIGHT"



/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mK-Ex1"
/SECDescr="color: #cc0000; direction: RIGHT"
CDS 1531..1538
/gene="5D"
/SECDrawAs="Gene"
/SECStyleld=1
CDS 1541..1590
/gene="Filler linker"
/SECDrawAs="Gene"
/SECStyleld=1
misc_feature 1597..1646
/label=New BD reverse to AFP
/note="color: #3366ff"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="AFP BD-S"
/SECDescr="color: #3366ff"
source 1597..2179

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

misc_feature 1647..1680
/label=Linker
/note="color: #ffff00"
/SECDrawAs="Gene"

/SECStyleld=1



/SECName="Linker1"
/SECDescr="color: #ffff00"
CDS 1681..2170
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"
source 2180..4410

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

gene complement(3245..4105)
/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS



QATMDERNR QIAEIGASLIKHW""
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGITAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW'""color: #cc0000; direction: LEFT"

rep_origin  join(4237..4410,1..282)
/direction=RIGHT
/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

ORIGIN
1 gatttagtgc tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta
61 gtgggccatc geectgatag acggtttttc geectttgac gttggagtcc acgttcttta
121 atagtggact cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg

181 atttataagg gattttgccg atttcggect attggttaaa aaatgagctg atttaacaaa



241 aatttaacgc gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcagge

301 tgcgcaactg ttgggaaggg cgatcggtge gggectctte getattacge cageccaage
361 taccatgata agtaagtaat attaaggtac gggaggtact tggaggtacc cggecgecct
421 gcagggtagc cagatcatgg ctcactgcaa cctegtacte ctgggcetcaa getatcctec
481 tacctcagcc tectgagtaa cggactacag geacaccacc ccacctcgct aattttattt
541 attttttttg tagagaaaag agacagggta ttgetctgtt geccagggtg gggtgeagtg
601 gcatgatcat ggctcactgce aacctctgec tcccaggttc aagtgatect ccagetgtgg
661 cctcectaag tgetgggatt acaaccgtga gecgecgeac cggeccaaat ttettacgte
721 actacagagt tcctaggaaa aaatcccata cctgaaaaag atagaaactg acaggaagga
781 tttgagatga tgacctgctt catatacact ccttattaaa actggataac aatgcaccac

841 cgaggaggtg gggagggata ggaaaaatga aaagagaaaa tcagcgceatg cgtactctga
901 tttgggaaga ctccaaagag aaaatcagag catgcgtact ctgaacttgg agtagccaat
961 cccaggggat getttaggeg ggaaagtcag agtttctgec tccattttga gaaggttctg
1021 tcectagage ctagactgat agaccccaca tcagcettgge ttgtceccgec tactgttetg
1081 acttctgatt ggccagatgg agttcactaa ctgecctgat tggtecatca tectggagea
1141 atgacattgc agaatatttt ctcctcctec agecacactt tgtcaccaac tgetgecaac
1201 tcgccaccac tgetgecgac ctegeaacca ctgetttgte tetggegege cagetcgeca
1261 ccatggtgtc taagggcgaa gagctgatta aggagaacat gcacatgaag ctgtacatgg
1321 agggcaccgt gaacaaccac cacttcaagt gcacatccga gggegaagge aagecctacg
1381 agggcaccca gaccatgaga atcaaggtgg tcgagggegg ccctctcecc ttegectteg
1441 acatcctggc taccagcttc atgtacggca gcaaaacctt catcaaccac acccagggcea
1501 tccecgactt ctttaagceag tecttecctg aggtgaattc caagaaggta ctggetgceta
1561 ttatacgaag tgccgttgca ggatctectg gaattctgga gagatttgga ttttttttaa

1621 aagaagagat ttggagaaag gatcaacata ggatggcaag atcctggtat cggtctgega
1681 ggatccgtcg agectctgge cacatcggtt cctgeggtaa gegggactct ggggttcgaa
1741 atgaccgacc aagcgacgcc caacctgeca tcacgagatt tcgattccac cgecgectte
1801 tatgaaaggt tgggcttcgg aatcgttttc cgggacgecg getggatgat cctccagege
1861 ggggatctca tgctggagtt cttcgeccac cctaggggga ggctaactga aacacggaag

1921 gagacaatac cggaaggaac ccgcgctatg acggcaataa aaagacagaa taaaacgcac



1981 ggtgttgggt cgtttgttca taaacgeggg gttcggtcce agggetggea ctetgtegat
2041 accccaccga gacgcecattg gggecaatac geecgegttt cttecttttc cccaccecac
2101 cccccaagtt cgggtgaagg cccagggete geagecaacg tcggggegge aggecctgec
2161 atagcctcag gtatgtcgac cgatgecctt gagagecttc aacccagtca getecttecg
2221 gtgggegegg ggcatgacta tegtcgecgce acttatgact gtcttcttta tcatgeaact
2281 cgtaggacag gtgccggeag cgcetctteeg cttecteget cactgacteg ctgegetegg
2341 tegtteggcet geggegageg gtatcagetc actcaaagge ggtaatacgg ttatccacag
2401 aatcagggga taacgcagga aagaacatgt gagcaaaagg ccagcaaaag gccaggaace
2461 gtaaaaaggc cgegttgetg gegtttttce ataggetecg cceecctgac gageatcaca
2521 aaaatcgacg ctcaagtcag aggtggegaa acccgacagg actataaaga taccaggegt
2581 ttcceectgg aagceteecte gtgegcetcte ctgttccgac cctgeegett accggatacc
2641 tgtccgcectt teteecttcg ggaagegtgg cgetttctca atgetcacgce tgtaggtatce
2701 tcagttcggt gtaggtcgtt cgetccaage tgggetgtgt gecacgaacce cccgttcage
2761 ccgaccgcetg cgecttatce ggtaactate gtcttgagtc caacccggta agacacgact
2821 tatcgccact ggeagcagec actggtaaca ggattageag agegaggtat gtaggeggtg
2881 ctacagagtt cttgaagtgg tggcectaact acggctacac tagaaggaca gtatttggta
2941 tctgegcetct getgaageca gttaccttcg gaaaaagagt tggtagetct tgatccggea
3001 aacaaaccac cgctggtage ggtggttttt ttgtttgcaa geageagatt acgcgcagaa
3061 aaaaaggatc tcaagaagat cctttgatct tttctacggg gtctgacgct cagtggaacg
3121 aaaactcacg ttaagggatt ttggtcatga gattatcaaa aaggatcttc acctagatcc
3181 ttttaaatta aaaatgaagt tttaaatcaa tctaaagtat atatgagtaa acttggtctg

3241 acagttacca atgcttaatc agtgaggcac ctatctcagce gatctgtcta tttcgttcat

3301 ccatagttgc ctgactcccc gtegtgtaga taactacgat acgggagggc ttaccatctg
3361 gccecagtge tgcaatgata ccgegagacc cacgctcacc ggetccagat ttatcagcaa
3421 taaaccagcc agecggaagg geegagegea gaagtggtec tgeaacttta tccgecteca
3481 tccagtctat taattgttge cgggaagcta gagtaagtag ttcgecagtt aatagtttge
3541 gcaacgttgt tgccattget acaggeatcg tggtgtcacg ctegtegttt ggtatggett
3601 cattcagctc cggttcccaa cgatcaagge gagttacatg atcccccatg ttgtgcaaaa

3661 aagcggttag ctecttcggt cctecgateg ttgtcagaag taagttggece geagtgttat



3721 cactcatggt tatggcagca ctgcataatt ctcttactgt catgecatce gtaagatgct
3781 tttctgtgac tggtgagtac tcaaccaagt cattctgaga atagtgtatg cggegaccga
3841 gttgctcttg cccggegtea atacgggata ataccgegec acatagcaga actttaaaag
3901 tgctcatcat tggaaaacgt tcttcgggge gaaaactctc aaggatctta ccgetgttga
3961 gatccagttc gatgtaaccc actcgtgeac ccaactgatc ttcagceatct tttactttca

4021 ccagcgtttc tgggtgagea aaaacaggaa ggcaaaatge cgcaaaaaag ggaataaggg
4081 cgacacggaa atgttgaata ctcatactct tcctttttca atattattga agcatttatc

4141 agggttattg tctcatgagc ggatacatat ttgaatgtat ttagaaaaat aaacaaatag
4201 gggttcegeg cacatttcee cgaaaagtge cacctgacge gecctgtage ggegceattaa
4261 gegeggeggg tgtggtggtt acgegeageg tgaccgctac acttgecage gecctagege
4321 ccgctecttt cgctttctte ccttecttte tegecacgtt cgeeggcttt ccccgtcaag

4381 ctctaaatcg ggggctccct ttagggttec

/1l

pRZ198
LOCUS pRZ198 5246 bp DNA circular SYN 22-AUG-2025
DEFINITION
ACCESSION pRZ198
KEYWORDS
SOURCE  Unknown.
ORGANISM Unknown
Unclassified.
REFERENCE 1 (bases 1 to 5246)
AUTHORS Self
JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
gene complement(325..1185)
/label=AmpR



man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"™"
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin  1317..1772
/direction=RIGHT
/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""

/note="color: #cc0000"



/translation="TRPVAAH"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

source 1491..1898
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""

CDS 2187..2452
/gene=" Transcriptionally inactive DNA sequence (Promoter
filler)"

/SECDrawAs="Gene"
/SECStyleld=1

CDS 2455..2531
/gene="G3p"

/SECDrawAs="Gene"
/SECStyleld=1

CDS 2462..2477
/gene="GAL4BS"

/SECDrawAs="Gene"
/SECStyleld=1

CDS 2481..2496

/gene="GAL4BS"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 2505..2520



CDS

CDS

/gene="GAL4BS"
/SECDrawAs="Gene"
/SECStyleld=1
2532..2567
/gene="CMV-TATA"
/SECDrawAs="Gene"
/SECStyleld=1
2568..2608
/gene="5" UTR"
/SECDrawAs="Gene"

/SECStyleld=1

misc_signal 2622..2627

/created_by="User"
/label="KOZAK"
/SECDrawAs="Gene"
/SECStyleld=1

/SECName="KOZAK"

primer_bind 2631..2646

—

/created_by="primer3"

/%GC="57.1"

/Tm="54.93"

/Hairpin="6.0"

/Primer-Dimer="0.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CCATGGTGTCTAAGGGCGAAG"
/modified_by="User"

/label="pLW102-mkEI-FW"



gene

/SECDrawAs="Info only"
/SECName=""pLW102-mkEI-FW"
2631..2897
/ApEinfo_fwdcolor="cyan"
/ApEinfo_revcolor="green"
/vntifkey=21
/modified_by="User"
/label="mKate-Exon1"
/SECDrawAs="Info only"

/SECName="mKate-Exon1"

misc_signal 2631..2897

/label="mKate-Exon1"
/SECDrawAs="Gene"
/SECStyleld=1

/SECName="mK2-Ex1"

misc_feature complement(2873..2897)

—

/created_by="primer3"

/%GC="48.0"

/Tm="55.13"

/Hairpin="7.0"

/Primer-Dimer="3.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CTTCTTTAAGCAGTCCTTCCCTGAG"
/modified_by="User"
/label="pLW102-mkEI-RV"

/note="Geneious type: primer_bind_reverse"

/SECDrawAs="Info only"



/SECName="pLW102-mkEI-RV"
/SECDescr="Geneious type: primer_bind_reverse"
primer_bind 2881..2906

—

/created_by="primer3"
/%GC="53.8"
/Tm="59.68"
/Hairpin="9.0"
/Primer-Dimer="5.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="AGCAGTCCTTCCCTGAGGTAAGTGTG"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"
primer_bind 2883..2907

—

/created_by="primer3"

/%GC="56.0"

/Tm="58.76"

/Hairpin="9.0"

/Primer-Dimer="4.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CAGTCCTTCCCTGAGGTAAGTGTGC"
/label="forward primer"
/SECDrawAs="Info only"

/SECName="forward primer"

primer_bind 2895..2914



—

/created_by="primer3"
/annotation_group="135724210982524500090d949a7-e0f7-42d7-b
68e-12577dcea4b5"
/%GC="55.0"

/Tm="58.6"
/Hairpin_Tm="42.5"
/Self Dimer Tm="10.2"
/Sequence="GAGGTAAGTGTGCTCGCTTC"
/label="1st forward primer"
/SECDrawAs="Info only"
/SECName="1st forward primer"
misc_signal  2896..2903
/label="5" donor"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="5D"

misc_feature 2898..2903
/ApEinfo_fwdcolor="#ffff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="Donor\Site"
/SECDrawAs="Info only"
/SECName="Donor\Site"

CDS 2898..3285
/gene="miRNA intron"
/SECDrawAs="Gene"
/SECStyleld=1

primer_bind 2904..2920

—

/created_by="primer3"



/%GC="70.6"
/Tm="56.45"
/Hairpin="5.0"
/Primer-Dimer="5.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="GTGCTCGCTTCGGCAGC"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"
misc_feature 2904..3252
/created_by="User"
/label="miR-FF4"
/SECDrawAs="Info only"
/SECName="miR-FF4"
primer_bind  2935..2959

—

/created_by="primer3"

/%GC="40.0"

/Tm="52.67"

/Hairpin="6.0"

/Primer-Dimer="5.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="GAATGAGGCTTCAGTACTTTACAGA"
/label="forward primer"

/SECDrawAs="Info only"

/SECName="forward primer"



misc_feature 3025..3133
/created_by="User"
/label="miR-loop"
/SECDrawAs="Info only"
/SECName="miR-loop"

misc_feature 3025..3133

— 1

/gene="miR-loop"
/label="miR-loop misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="miR-loop"

misc_feature 3049..3070
/created_by="User"
/label="FF4 s"
/SECDrawAs="Info only"
/SECName="FF4 s"

misc_feature 3049..3070
/gene="FF4 s"
/label="FF4 s misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mirS2-BS"

misc_feature complement(3090..3111)
/created_by="User"
/label="FF4 as"
/SECDrawAs="Info only"
/SECName="FF4 as"

misc_feature complement(3090..3111)

/gene="FF4 as"



/label="FF4 as misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mirS2"
misc_feature complement(3238..3265)

—

/created_by="primer3"
/%GC="32.1"
/Tm="52.31"
/Hairpin="6.0"
/Primer-Dimer="2.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CACTTTTTTCAATTGTACTAACTTCGAG"
/modified_by="User"
/label="forward primer"
/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"
/SECName="forward primer"
/SECDescr="Geneious type: primer_bind_reverse"
misc_feature 3247..3252
/Recognition_pattern="CANAATTG"
/annotation_group="CAATTG"
/label="Mfel"
/note="Geneious type: restriction site"
/SECDrawAs="Info only"
/SECName="Mfel"
/SECDescr="Geneious type: restriction site"

misc_feature 3253..3260



/ApEinfo_fwdcolor="#00ff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="BranchPoint"
/SECDrawAs="Info only"
/SECName="BranchPoint"
misc_feature complement(3253..3260)
/created_by="User"
/label="primer part"
/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"
/SECName="primer part"
/SECDescr="Geneious type: primer_bind_reverse"
misc_signal  3253..3260
/label="BranchPoint"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="BP"
misc_feature 3260
/Original_Bases="TAAC"
/label="TAAC"
/note="Geneious type: Editing History Deletion"
/SECDrawAs="Info only"
/SECName="TAAC"
/SECDescr="Geneious type: Editing History Deletion"
misc_feature 3261..3265
/created_by="User"
/label="Xhol part"

/SECDrawAs="Info only"



/SECName="Xhol part"
misc_feature 3266..3281
/ApEinfo_fwdcolor="#ff80c0"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="PolyPyrTract"
/SECDrawAs="Info only"
/SECName="PolyPyrTract"
misc_feature 3266..3281
/gene="PolyPyrTract"
/label="PolyPyrTract misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="PolyPyrTract"
misc_feature 3282..3285
/ApEinfo_fwdcolor="#ffff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="Acceptor\Site"
/SECDrawAs="Info only"
/SECName="Acceptor\Site"
misc_feature complement(3282..3285)

—

/created_by="primer3"
/annotation_group="13572421940353640000646bd98-feb1-491e-8
fb0-a8706067f01d"

/%GC="57.9"

/Tm="59.6"

/Hairpin_Tm="None"

/Self Dimer Tm="None"



/Sequence="TCCCATGTGAAGCCCTGTG"
/label="1st reverse primer"
/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"
/SECName=""1st reverse primer"
/SECDescr="Geneious type: primer_bind_reverse"
misc_signal  3282..3285
/label="3" Acceptor\Site"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="3" Acceptor\Site"
misc_feature 3286..3287
/label=Acc SS
/note="color: #008000"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Acc SS"
/SECDescr="color: #008000"
source 3286..3735

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""'source"'

CDS 3288..3289
/gene="3" Acceptor\Site"

/label=3" Acceptor\Site
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"

/SECStyleld=1



/SECName="3" Acceptor\Site"

/SECDescr="color: #cc0000; direction: RIGHT"
CDS 3288..3731

/gene="mK-Ex2"

/label=mK-Ex2

/note="color: #cc0000"

/translation="GFTWERVTTYEDGGVLTATQDTSLQDGCLIYNVKIRGVNFPSNG

PVMQKKTLGWEASTEMLYPADGGLEGRSDMALKLVGGGHLICNLKTTYRSK
KPAKNLK

MPGVYYVDRRLERIKEADKETYVEQHEVAVARYCDLPSKLGHKLN"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mK2-Ex2"
/SECDescr="color: #cc0000"

CDS 3735..3769
/gene="linker "
/SECDrawAs="Gene"
/SECStyleld=1

CDS 3776..3803
/gene="miRS1-BS"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 3804..3831
/gene="miRS1-BS"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 3832..3859



/gene="miRS1-BS"
/SECDrawAs="Gene"
/SECStyleld=1

source 3879

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="""source"

CDS 3879..3908
/gene="linker"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 3909..3936
/gene="miRS3-BS"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 3937..3964
/gene="miRS3-BS"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 3965..3992
/gene="miRS3-BS"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 4047..4496
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS

/note="color: #cc0000; direction: RIGHT"



/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"
source 4047..4505
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""
source join(4506..5246,1..1490)
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"
ORIGIN
1 tagaaggaca gtatttggta tctgegcetct getgaageca gttaccttcg gaaaaagagt
61 tggtagctct tgatccggea aacaaaccac cgetggtage ggtggttttt ttgtttgcaa
121 gcagcagatt acgcgcagaa aaaaaggatc tcaagaagat cctttgatct tttctacggg
181 gtctgacgct cagtggaacg aaaactcacg ttaagggatt ttggtcatga gattatcaaa
241 aaggatcttc acctagatcc ttttaaatta aaaatgaagt tttaaatcaa tctaaagtat
301 atatgagtaa acttggtctg acagttacca atgcttaatc agtgaggcac ctatctcage
361 gatctgtcta tttcgttcat ccatagttge ctgactcecc gtegtgtaga taactacgat
421 acgggagggc ttaccatctg geecccagtge tgeaatgata ccgegagacc cacgetcacc
481 ggctccagat ttatcagcaa taaaccagcec agecggaagg gecgagegea gaagtggtec
541 tgcaacttta tccgecteca tccagtctat taattgttge cgggaagcta gagtaagtag
601 ttcgccagtt aatagtttge geaacgttgt tgecattget acaggeatcg tggtgtcacg
661 ctcgtegttt ggtatggcett cattcagcetc cggttcccaa cgatcaagge gagttacatg
721 atcccccatg ttgtgcaaaa aageggttag ctectteggt cctecgateg ttgtcagaag

781 taagttggcc geagtgttat cactcatggt tatggcagca ctgcataatt ctcttactgt



841 catgccatcc gtaagatgct tttctgtgac tggtgagtac tcaaccaagt cattctgaga

901 atagtgtatg cggcgaccga gttgetcttg cccggegtca atacgggata ataccgegec
961 acatagcaga actttaaaag tgctcatcat tggaaaacgt tcttcgggge gaaaactctc
1021 aaggatctta ccgctgttga gatccagttc gatgtaaccc actcgtgeac ccaactgatc
1081 ttcagcatct tttactttca ccagcgtttc tgggtgagca aaaacaggaa ggcaaaatge
1141 cgcaaaaaag ggaataaggg cgacacggaa atgttgaata ctcatactct tectttttca
1201 atattattga agcatttatc agggttattg tctcatgagc ggatacatat ttgaatgtat

1261 ttagaaaaat aaacaaatag gggttccgeg cacatttcce cgaaaagtge cacctgacgc
1321 gcectgtage ggegeattaa gegeggeggg tgtggtggtt acgegeageg tgaccgctac
1381 acttgccagc geectagege cegetecttt cgetttette ccttecttte tegecacgtt

1441 cgceggcttt ccecgtcaag ctctaaatcg ggggetecct ttagggttee gatttagtge
1501 tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta gtgggecatc
1561 gccctgatag acggtttttc geectttgac gttggagtcc acgttcttta atagtggact
1621 cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg atttataagg

1681 gattttgceg atttcggect attggttaaa aaatgagctg atttaacaaa aatttaacgc

1741 gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcaggce tgcgcaactg
1801 ttgggaaggg cgatcggtge gggectette getattacge cageccaage taccatgata
1861 agtaagtaat attaaggtac gggaggtact tggaggtaga cccgacagge ccgaaggaat
1921 agaagaagaa ggtggagaga gagacagaga cagatccatt cgattagtga acggatcgge
1981 actgcgtgeg ccaattctge agacaaatgg cagtattcat ccacaatttt aaaagaaaag
2041 gggggattgg ggggtacagt gcaggggaaa gaatagtaga cataatagca acagacatac
2101 aaactaaaga attacaaaaa caaattacaa aaattcaaaa ttttcgggtt tattacaggg
2161 acagcagaga tccagtttgg ttaatgggeg cgectcgacg ttgtcactga agegggaagg
2221 gactggctge tattgggega agtgecgggg caggatctec tgtcatctca ccttgetect
2281 geegagaaag tatccatcat ggetgatgea atgeggeggc tgeatacgct tgatcegget
2341 acctgcccat tcgaccacca agcgaaacat cgcatcgage gageacgtac tcggatggaa
2401 geeggtcttg tcgatcagga tgatctggac gaagagceatc agggectgea ggegetegag
2461 cggagtactg tcctccgate ggagtactgt cctecgegaa ttccggagta ctgtectecg

2521 aagacgctag caggegtgta cggtgggagg tctatataag cagegegtge gatctaagta



2581 agcttggcat tccggtactg ttggtaaacc agcetccaget cgecaccatg gtgtctaagg
2641 gcgaagagct gattaaggag aacatgcaca tgaagctgta catggaggge accgtgaaca
2701 accaccactt caagtgcaca tccgagggeg aaggcaagec ctacgaggge acccagacca
2761 tgagaatcaa ggtggtcgag ggeggeccte tceecttege cttcgacate ctggetacca
2821 gcttcatgta cggeagcaaa accttcatca accacaccca gggeatcece gacttcttta
2881 agcagtcctt ccctgaggta agtgtgeteg cttcggeage acatatacta tgttgaatga
2941 ggcttcagta ctttacagaa tcgttgectg cacatcttgg aaacacttge tgggattact

3001 tcttcaggtt aacccaacag aaggctcgag tgetgttgac agtgagegec gtctegttta
3061 tgagtagaaa tagtgaagcc acagatgtat ttctactcat aaacgagacg gtgectactg
3121 cctcggagaa ttcaaggggc tactttagga geaattatct tgtttactaa aactgaatac

3181 cttgctatct ctttgataca tttttacaaa getgaattaa aatggtataa attaaatcac

3241 ttttttcaat tgtactaact tcgagtcttc tttttttttt tcacaagggce ttcacatggg

3301 agagagtcac cacatacgaa gacgggggeg tgetgaccgce tacccaggac accagectcc
3361 aggacggctg cctcatctac aacgtcaaga tcagaggggt gaacttccca tccaacggec
3421 ctgtgatgca gaagaaaaca ctcggetggg aggectecac cgagatgetg tacccegetg
3481 acggcggect ggaaggcaga agegacatgg ccctgaaget cgtgggeggg ggecacctga
3541 tctgcaactt gaagaccaca tacagatcca agaaacccgce taagaacctc aagatgeccg
3601 gegtctacta tgtggacaga agactggaaa gaatcaagga ggccgacaaa gagacctacg
3661 tcgagcagca cgaggtggct gtggecagat actgegacct ccctagcaaa ctgggacaca
3721 aacttaattg ataaacatag gatggcaaga tcctggtatc ggtctgegaa ccggtgeacc
3781 cgctegttta tgtgttctaa tacgcacccg ctegtttatg tgttctaata cgcacccgcet

3841 cgtttatgtg ttctaatacg gatccttgea gtcggatcac atatgatggce aagatcctgg

3901 tatcggtcge acggecagga ttattgtaga tattacgcac ggecaggatt attgtagata
3961 ttacgcacgg ccaggattat tgtagatatt acgatatcaa gcttatcgat aatcaacctc

4021 tggattacac ccgggtaacc ggtaacgcgg gactctgggg ttcgaaatga ccgaccaage
4081 gacgcccaac ctgecatcac gagatttcga ttccaccgec gecttctatg aaaggttggg
4141 cttcggaatc gttttccggg acgecggetg gatgatcecte cagegegggg atctcatgcet
4201 ggagttcttc geecacccta gggggaggct aactgaaaca cggaaggaga caataccgga

4261 aggaacccgc getatgacgg caataaaaag acagaataaa acgcacggtg ttgggtegtt



/1l

4321 tgttcataaa cgeggggttc ggtcccaggg ctggeactct gtcgataccc caccgagacg
4381 ccattggggc caatacgccc gegtttette cttttcccca ccccaccecc caagticggg
4441 tgaaggccca gggetcgeag ccaacgtcgg ggeggeagge cctgecatag cctcaggtat
4501 gtcgaccgat geecttgaga gecttcaacc cagtcagetc ctteeggtgg gegeggggea
4561 tgactatcgt cgecgeactt atgactgtct tctttatcat gcaactcgta ggacaggtge

4621 cggcagcgct ctteegette ctegetcact gactcgetge geteggtegt teggetgegg
4681 cgagcggtat cagctcactc aaaggeggta atacggttat ccacagaatc aggggataac
4741 gcaggaaaga acatgtgagc aaaaggcecag caaaaggceca ggaaccgtaa aaaggecgeg
4801 ttgctggegt ttttccatag getccgeece cctgacgage atcacaaaaa tcgacgcetca
4861 agtcagaggt ggcgaaaccc gacaggacta taaagatacc aggegtttcc ccctggaage
4921 tccctegtge getctectgt tecgaccctg ccgettaccg gatacctgte cgectttctc

4981 ccttcgggaa gegtggegct ttctcaatge tcacgctgta ggtatctcag ttcggtgtag
5041 gtegttcgct ccaagetggg ctgtgtgeac gaaccccccg ttcageecga ccgetgegec
5101 ttatccggta actatcgtct tgagtccaac ccggtaagac acgacttatc gecactggea
5161 gcagccactg gtaacaggat tagcagageg aggtatgtag geggtgctac agagttettg

5221 aagtggtggc ctaactacgg ctacac

pRZ199

LOCUS pRZ199 6222 bp DNA circular SYN 22-AUG-2025

DEFINITION

ACCESSION pRZ199

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown

Unclassified.

REFERENCE 1 (bases 1 to 6222)

AUTHORS Self

JOURNAL Unpublished.



COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
gene complement(325..1185)

/label=AmpR

i

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"""
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin  1317..1772



#cc0000"

source

source

CDS

/direction=RIGHT

/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:

1491..1906
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""
complement(1908..2363)
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""
complement(1909..2363)
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/mote="color: #cc0000; direction: RIGHT"
/translation="AGLWGSK"
/SECDrawAs="Gene"

/SECStyleld=1



CDS

CDS

CDS

source

/SECName="HSV1-pA"

/SECDescr="color: #cc0000; direction: RIGHT"
complement(2370..2399)

/gene=" BD9-S"

/SECDrawAs="Gene"

/SECStyleld=1
complement(2400..2449)

/gene="BD5-S"

/SECDrawAs="Gene"

/SECStyleld=1
complement(2450..2499)

/gene="ID"

/product="color: #cc0000; direction: RIGHT"

/translation="VSVLASAAHILC"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="ID"

/SECDescr="color: #cc0000; direction: RIGHT"
complement(2450..2499)

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"

/SECName=""source""

misc_signal complement(2494..2501)

CDS

/label="5" donor"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="5D"

complement(2500..2835)



/created_by="User"
/label="ECFP"

/codon_start=3

/translation="GEQGRGAVHRGGAHPGRAGRRRKRPQVQRVRRGRGRCHLRQA
DP

EVHLHHRQAARALAHPRDHPDLGRAVLRPLPRPHEAARLLQVRHARRLRPG
AHHLLQG

RRQLQDPRR"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="EC-Ex1"

source complement(2841)
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""

CDS 3159..3424
/gene=" Transcriptionally inactive DNA sequence (Promoter
filler)"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 3427..3498
/gene="G3p"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 3434..3449
/gene="GAL4BS"

/SECDrawAs="Gene"



CDS

CDS

CDS

CDS

/SECStyleld=1
3453..3468
/gene="GAL4BS"
/SECDrawAs="Gene"
/SECStyleld=1
3477..3492
/gene="GAL4BS"
/SECDrawAs="Gene"
/SECStyleld=1
3507..3531
/gene="YB_TATA"
/SECDrawAs="Gene"
/SECStyleld=1
3532..3585
/gene="5" UTR"
/SECDrawAs="Gene"

/SECStyleld=1

misc_signal  3598..3603

/created_by="User"
/label="KOZAK"
/SECDrawAs="Gene"
/SECStyleld=1

/SECName="KOZAK"

primer_bind 3607..3622

—

/created_by="primer3"
/%GC="57.1"
/Tm="54.93"
/Hairpin="6.0"

/Primer-Dimer="0.0"



gene

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CCATGGTGTCTAAGGGCGAAG"
/modified_by="User"
/label="pLW102-mKkEI-FW"
/SECDrawAs="Info only"
/SECName=""pLW102-mkEI-FW"
3607..3873
/ApEinfo_fwdcolor="cyan"
/ApEinfo_revcolor="green"
/vntifkey=21
/modified_by="User"
/label="mKate-Exon1"
/SECDrawAs="Info only"

/SECName="mKate-Exon1"

misc_signal 3607..3873

/label="mKate-Exon1"
/SECDrawAs="Gene"
/SECStyleld=1

/SECName="mK2-Ex1"

misc_feature complement(3849..3873)

—

/created_by="primer3"
/%GC="48.0"
/Tm="55.13"
/Hairpin="7.0"
/Primer-Dimer="3.0"

/Monovalent_Salt Concentration="50.0"

/Divalent_Salt Concentration="0.0"



/DNTP_Concentration="0.0"

/Sequence="CTTCTTTAAGCAGTCCTTCCCTGAG"

/modified_by="User"

/label="pLW102-mkEI-RV"

/note="Geneious type: primer_bind_reverse"

/SECDrawAs="Info only"

/SECName="pLW102-mkEI-RV"

/SECDescr="Geneious type: primer_bind_reverse"
primer_bind 3857..3882

—

/created_by="primer3"
/%GC="53.8"
/Tm="59.68"
/Hairpin="9.0"
/Primer-Dimer="5.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="AGCAGTCCTTCCCTGAGGTAAGTGTG"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"
primer_bind  3859..3883

—

/created_by="primer3"
/%GC="56.0"
/Tm="58.76"
/Hairpin="9.0"
/Primer-Dimer="4.0"

/Monovalent_Salt Concentration="50.0"

/Divalent_Salt Concentration="0.0"



/DNTP_Concentration="0.0"
/Sequence="CAGTCCTTCCCTGAGGTAAGTGTGC"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"

primer_bind 3871..3890

—

/created_by="primer3"
/annotation_group="135724210982524500090d949a7-e0f7-42d7-b
68e-12577dcea4b5"
/%GC="55.0"

/Tm="58.6"

/Hairpin_Tm="42.5"

/Self Dimer Tm="10.2"
/Sequence="GAGGTAAGTGTGCTCGCTTC"
/label="1st forward primer"
/SECDrawAs="Info only"

/SECName="1st forward primer"

misc_signal 3872..3879
/label="5" donor"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="5'D"

misc_feature 3874..3879
/ApEinfo_fwdcolor="#ffff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="Donor\Site"
/SECDrawAs="Info only"

/SECName="Donor\Site"



CDS 3874..4261
/gene="miRNA intron"
/SECDrawAs="Gene"
/SECStyleld=1

primer_bind 3880..3896

—

/created_by="primer3"
/%GC="70.6"
/Tm="56.45"
/Hairpin="5.0"
/Primer-Dimer="5.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="GTGCTCGCTTCGGCAGC"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"
misc_feature 3880..4228
/created_by="User"
/label="miR-FF4"
/SECDrawAs="Info only"
/SECName="miR-FF4"
primer_bind 3911..3935

—

/created_by="primer3"
/%GC="40.0"
/Tm="52.67"
/Hairpin="6.0"

/Primer-Dimer="5.0"

/Monovalent_Salt Concentration="50.0"



/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="GAATGAGGCTTCAGTACTTTACAGA"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"
misc_feature 4001..4109
/created_by="User"
/label="miR-loop"
/SECDrawAs="Info only"
/SECName="miR-loop"
misc_feature 4001..4109
/gene="miR-loop"
/label="miR-loop misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="miR-loop"
misc_feature 4025..4046
/created_by="User"
/label="FF4 s"
/SECDrawAs="Info only"
/SECName="FF4 s"
misc_feature 4025..4046
/gene="FF4 s"
/label="FF4 s misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mirS2-BS"

misc_feature complement(4066..4087)



/created_by="User"
/label="FF4 as"
/SECDrawAs="Info only"
/SECName="FF4 as"
misc_feature complement(4066..4087)
/gene="FF4 as"
/label="FF4 as misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mirS2"
misc_feature complement(4214..4241)

—

/created_by="primer3"
/%GC="32.1"
/Tm="52.31"
/Hairpin="6.0"
/Primer-Dimer="2.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CACTTTTTTCAATTGTACTAACTTCGAG"
/modified_by="User"
/label="forward primer"
/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"
/SECName="forward primer"
/SECDescr="Geneious type: primer_bind_reverse"
misc_feature 4223..4228
/Recognition_pattern="CANAATTG"

/annotation_group="CAATTG"



/label="Mfel"
/note="Geneious type: restriction site"
/SECDrawAs="Info only"
/SECName="Mfel"
/SECDescr="Geneious type: restriction site"
misc_feature 4229..4236
/ApEinfo_fwdcolor="#00ff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="BranchPoint"
/SECDrawAs="Info only"
/SECName="BranchPoint"
misc_feature complement(4229..4236)
/created_by="User"
/label="primer part"
/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"
/SECName="primer part"
/SECDescr="Geneious type: primer_bind_reverse"
misc_signal  4229..4236
/label="BranchPoint"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="BP"
misc_feature 4236
/Original_Bases="TAAC"
/label="TAAC"
/note="Geneious type: Editing History Deletion"

/SECDrawAs="Info only"



/SECName="TAAC"
/SECDescr="Geneious type: Editing History Deletion"
misc_feature 4237..4241
/created_by="User"
/label="Xhol part"
/SECDrawAs="Info only"
/SECName="Xhol part"
misc_feature 4242..4257
/ApEinfo_fwdcolor="#ff80c0"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="PolyPyrTract"
/SECDrawAs="Info only"
/SECName="PolyPyrTract"
misc_feature 4242..4257
/gene="PolyPyrTract"
/label="PolyPyrTract misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="PolyPyrTract"
misc_feature 4258..4261
/ApEinfo_fwdcolor="#ffff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="Acceptor\Site"
/SECDrawAs="Info only"
/SECName="Acceptor\Site"
misc_feature complement(4258..4261)

—

/created_by="primer3"



/annotation_group="13572421940353640000646bd98-feb1-491e-8
fb0-a8706067f01d"
/%GC="57.9"
/Tm="59.6"
/Hairpin_Tm="None"
/Self Dimer Tm="None"
/Sequence="TCCCATGTGAAGCCCTGTG"
/label="1st reverse primer"
/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"
/SECName=""1st reverse primer"
/SECDescr="Geneious type: primer_bind_reverse"
misc_feature 4262..4263
/label=Acc SS
/note="color: #008000"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Acc SS"
/SECDescr="color: #008000"
source 4262..4711

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""'source"'

CDS 4264..4265
/gene="3" Acceptor\Site"

/label=3" Acceptor\Site
/note="color: #cc0000; direction: RIGHT"

/SECDrawAs="Gene"



/SECStyleld=1

/SECName="3" Acceptor\Site"

/SECDescr="color: #cc0000; direction: RIGHT"
CDS 4264..4707

/gene="mK-Ex2"

/label=mK-Ex2

/note="color: #cc0000"

/translation="GFTWERVTTYEDGGVLTATQDTSLQDGCLIYNVKIRGVNFPSNG

PVMQKKTLGWEASTEMLYPADGGLEGRSDMALKLVGGGHLICNLKTTYRSK
KPAKNLK

MPGVYYVDRRLERIKEADKETYVEQHEVAVARYCDLPSKLGHKLN"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mK2-Ex2"
/SECDescr="color: #cc0000"

CDS 4711..4745
/gene="linker"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 4752..4779
/gene="miRS1-BS"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 4780..4807
/gene="miRS1-BS"
/SECDrawAs="Gene"

/SECStyleld=1



CDS 4808..4835
/gene="miRS1-BS"
/SECDrawAs="Gene"
/SECStyleld=1

source 4855

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="""source"

CDS 4855..4884
/gene="linker"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 4885..4912
/gene="miRS3-BS"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 4913..4940
/gene="miRS3-BS"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 4941..4968
/gene="miRS3-BS"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 5023..5472
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS



/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"
source 5023..5481
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""
source join(5482..6222,1..1490)
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"
ORIGIN
1 tagaaggaca gtatttggta tctgegcetct getgaageca gttaccttcg gaaaaagagt
61 tggtagctct tgatccggea aacaaaccac cgetggtage ggtggttttt ttgtttgcaa
121 gcagcagatt acgcgcagaa aaaaaggatc tcaagaagat cctttgatct tttctacggg
181 gtctgacgct cagtggaacg aaaactcacg ttaagggatt ttggtcatga gattatcaaa
241 aaggatcttc acctagatcc ttttaaatta aaaatgaagt tttaaatcaa tctaaagtat
301 atatgagtaa acttggtctg acagttacca atgcttaatc agtgaggcac ctatctcage
361 gatctgtcta tttcgttcat ccatagttge ctgactcecc gtegtgtaga taactacgat
421 acgggagggc ttaccatctg gececcagtge tgeaatgata ccgegagacc cacgetcacc
481 ggctccagat ttatcagcaa taaaccagcec agecggaagg gecgagegea gaagtggtec
541 tgcaacttta tccgecteca tccagtctat taattgttge cgggaagcta gagtaagtag
601 ttcgccagtt aatagtttge geaacgttgt tgecattget acaggeatcg tggtgtcacg

661 ctcgtegttt ggtatggcett cattcagcetc cggttcccaa cgatcaagge gagttacatg

721 atcccccatg ttgtgcaaaa aageggttag ctectteggt cctecgateg ttgtcagaag



781 taagttggcc geagtgttat cactcatggt tatggcagcea ctgcataatt ctcttactgt

841 catgccatcc gtaagatgct tttctgtgac tggtgagtac tcaaccaagt cattctgaga

901 atagtgtatg cggcgaccga gttgetcttg cccggegtca atacgggata ataccgegec
961 acatagcaga actttaaaag tgctcatcat tggaaaacgt tcttcgggge gaaaactctc
1021 aaggatctta ccgctgttga gatccagttc gatgtaaccc actcgtgeac ccaactgatc
1081 ttcagcatct tttactttca ccagcgtttc tgggtgagca aaaacaggaa ggcaaaatge
1141 cgcaaaaaag ggaataaggg cgacacggaa atgttgaata ctcatactct tectttttca
1201 atattattga agcatttatc agggttattg tctcatgagc ggatacatat ttgaatgtat

1261 ttagaaaaat aaacaaatag gggttccgeg cacatttcce cgaaaagtge cacctgacgc
1321 gcectgtage ggegeattaa gegeggeggg tgtggtggtt acgegeageg tgaccgctac
1381 acttgccagc geectagege cegetecttt cgetttette ccttecttte tegecacgtt

1441 cgceggcttt ccecgtcaag ctctaaatcg ggggetecct ttagggttee gatttagtge
1501 tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta gtgggecatc
1561 gccctgatag acggtttttc geectttgac gttggagtcc acgttcttta atagtggact
1621 cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg atttataagg

1681 gattttgeeg atttcggect attggttaaa aaatgagctg atttaacaaa aatttaacgc

1741 gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcaggce tgcgcaactg
1801 ttgggaaggg cgatcggtge gggectctte getattacge cageccaage taccatgata
1861 agtaagtaat attaaggtac gggaggtact tggaggtacc cggecgecct geactgagge
1921 tatggcaggg cctgecgecc cgacgttgge tgegagecct gggecttcac ccgaacttgg
1981 ggggtggggt ggggaaaagg aagaaacgcg ggegtattgg ccccaatgge gteteggtgg
2041 ggtatcgaca gagtgccage cctgggaccg aaccccgegt ttatgaacaa acgacccaac
2101 accgtgegtt ttattctgtce tttttattge cgtcatageg cgggttectt ccggtattgt

2161 ctectteegt gtttcagtta gecteccect agggtgggcg aagaactcca geatgagatc
2221 ceccgegetgg aggatcatec agecggegtce ccggaaaacg attccgaage ccaaccttte
2281 atagaaggcg geggtggaat cgaaatcteg tgatggeagg ttgggegteg cttggteggt
2341 catttcgaac cccagagtcc cgcgaattca aatgcaagat tctctaccag aacaaatggt
2401 tgctccctec tccaaatcte tceecttcaa aaaactccaa ctetccccat gaagectcat

2461 tcaacatagt atatgtgctg ccgaagcgag cacacttacc tcggegeggg tettgtagtt



2521 gecegtegtec ttgaagaaga tggtgegcete ctggacgtag ccttcgggea tggeggactt
2581 gaagaagtcg tgctgcttca tgtggtcggg gtagegggeg aageactgea cgecccaggt
2641 cagggtggtc acgagggtgg gecagggeac gggeagettg ccggtggtge agatgaactt
2701 cagggtcagc ttgeegtagg tggceatcgec ctegeectcg ccggacacgc tgaacttgtg
2761 gcecegtttacg tcgeegteca getcgaccag gatgggeacce accccggtga acagcetectc
2821 gceccttgetc accatggtgg cggatccgge ccgeggtace gtegactgea gacccgacag
2881 gcccgaagga atagaagaag aaggtggaga gagagacaga gacagatcca ttcgattagt
2941 gaacggatcg geactgegtg cgecaattct gcagacaaat ggeagtattc atccacaatt
3001 ttaaaagaaa aggggggatt ggggggtaca gtgcagggga aagaatagta gacataatag
3061 caacagacat acaaactaaa gaattacaaa aacaaattac aaaaattcaa aattttcggg
3121 tttattacag ggacagcaga gatccagttt ggttaatggg cgegectcga cgttgtcact
3181 gaagcgggaa gggactggct getattggge gaagtgecgg ggeaggatct cctgtcatct
3241 caccttgcte ctgecgagaa agtatccatc atggetgatg caatgeggeg getgeatacg
3301 cttgatccgg ctacctgecc attcgaccac caagcgaaac atcgcatcga gegageacgt
3361 actcggatgg aagccggtct tgtcgatcag gatgatctgg acgaagagcea tcagggectg
3421 caggcgcteg ageggagtac tgtectecga tcggagtact gtectccgeg aattceggag
3481 tactgtcctc cgaagacggg cgegectcta gagggtatat aatgggggec aagatctgeg
3541 atctaagtaa gcttggceatt ccggtactgt tggtaaacca geteggegeg ccagetcgec
3601 accatggtgt ctaagggcga agagcetgatt aaggagaaca tgcacatgaa getgtacatg
3661 gagggcaccg tgaacaacca ccacttcaag tgcacatccg agggegaagg caagecctac
3721 gagggcaccc agaccatgag aatcaaggtg gtcgagggeg gecctctecc cttegectte
3781 gacatcctgg ctaccagctt catgtacgge agcaaaacct tcatcaacca cacccaggge
3841 atccccgact tctttaagcea gtectteect gaggtaagtg tgetegette ggeagceacat
3901 atactatgtt gaatgaggct tcagtacttt acagaatcgt tgcctgeaca tcttggaaac

3961 acttgctggg attacttctt caggttaacc caacagaagg ctcgagtget gttgacagtg
4021 agcgcecegtct cgtttatgag tagaaatagt gaagccacag atgtatttct actcataaac
4081 gagacggtgc ctactgectc ggagaattca aggggetact ttaggagcaa ttatcttgtt
4141 tactaaaact gaataccttg ctatctcttt gatacatttt tacaaagctg aattaaaatg

4201 gtataaatta aatcactttt ttcaattgta ctaacttcga gtcttctttt tttttttcac



4261 aagggcttca catgggagag agtcaccaca tacgaagacg ggggegtget gaccgcetacc
4321 caggacacca gcctccagga cggetgecte atctacaacg tcaagatcag aggggtgaac
4381 ttcccatcca acggecctgt gatgcagaag aaaacactcg getgggagge cteccaccgag
4441 atgctgtacc ccgctgacgg cggectggaa ggcagaageg acatggecct gaagetegtg
4501 ggegggggcc acctgatctg caacttgaag accacataca gatccaagaa acccgctaag
4561 aacctcaaga tgcecggegt ctactatgtg gacagaagac tggaaagaat caaggaggec
4621 gacaaagaga cctacgtcga gcagcacgag gtggctgtgg ccagatactg cgaccteect
4681 agcaaactgg ggcacaaact taattgataa acataggatg gcaagatcct ggtatcggtc
4741 tgcgaaccgg tgcacccgct cgtttatgtg ttctaatacg caccegeteg tttatgtgtt

4801 ctaatacgca cccgctegtt tatgtgttct aatacggatc cttgeagtcg gatcacatag

4861 gatggcaaga tcctggtatc ggtcgeacgg ccaggattat tgtagatatt acgcacggec
4921 aggattattg tagatattac gcacggccag gattattgta gatattacga tatcaagctt

4981 atcgataatc aacctctgga ttacacccgg gtaaccggta acgegggact ctggggttceg
5041 aaatgaccga ccaagcgacg cccaacctge catcacgaga tttcgattce accgecegect
5101 tctatgaaag gttgggcttc ggaatcgttt tccgggacge cggetggatg atcctecage
5161 gcggggatct catgetggag ttcttcgecc accctagggg gaggctaact gaaacacgga
5221 aggagacaat accggaagga acccgegcta tgacggcaat aaaaagacag aataaaacge
5281 acggtgttgg gtcgtttgtt cataaacgcg gggttcggte ccagggetgg cactetgteg
5341 ataccccacc gagacgccat tggggcecaat acgeccgegt ttettecttt tccccacccc
5401 accccccaag ttcgggtgaa ggeccaggge tcgeagecaa cgteggggeg geaggecctg
5461 ccatagcctc aggtatgtcg accgatgecc ttgagagect tcaacccagt cagetectte
5521 cggtgggcge ggggeatgac tatcgtcgec geacttatga ctgtcttctt tatcatgcaa
5581 ctcgtaggac aggtgecgge agegcetctte cgettecteg ctcactgact cgetgegetce
5641 ggtegttcgg ctgeggegag cggtatcage tcactcaaag geggtaatac ggttatccac
5701 agaatcaggg gataacgcag gaaagaacat gtgagcaaaa ggccagcaaa aggcecaggaa
5761 ccgtaaaaag geegegttge tggegttttt ccataggcetce cgeecccctg acgageatca
5821 caaaaatcga cgctcaagtc agaggtggeg aaacccgaca ggactataaa gataccagge
5881 gtttcceect ggaagcetece tegtgegcte tectgttecg accctgecge ttaccggata

5941 cctgtecgcc ttteteectt cgggaagegt ggegetttct caatgetcac getgtaggta



6001 tctcagttcg gtgtaggtcg ttcgetccaa getgggetgt gtgeacgaac cccccgttca
6061 gcecgaccge tgegecttat ccggtaacta tegtcttgag tccaacccgg taagacacga
6121 cttatcgcca ctggeageag ccactggtaa caggattage agagcgaggt atgtaggegg
6181 tgctacagag ttcttgaagt ggtggcectaa ctacggetac ac

/1l

pRZ206

LOCUS pRZ206 5248 bp DNA circular SYN 22-AUG-2025

DEFINITION

ACCESSION pRZ206

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 5248)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
gene complement(325..1185)
/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L



HNMGD

HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV

AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW""
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RIHYS

QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF

LHNMGD

HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW

MEADKV

AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin  1317..1772

#cc0000"

source

/direction=RIGHT

/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:

1491..1899



CDS

CDS

CDS

CDS

CDS

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""
1900..2452
/gene="CMVe"
/SECDrawAs="Gene"
/SECStyleld=1
1985..2272
/gene="CAG_enhancer"
/SECDrawAs="Gene"
/SECStyleld=1
2453..2532
/gene="Spacer(80bp)"
/SECDrawAs="Gene"
/SECStyleld=1
2534..2569
/gene="CMV-TATA"
/SECDrawAs="Gene"
/SECStyleld=1
2570..2610
/gene="5" UTR"
/SECDrawAs="Gene"

/SECStyleld=1

misc_signal 2624..2629

/created_by="User"
/label="KOZAK"
/SECDrawAs="Gene"

/SECStyleld=1



/SECName="KOZAK"

primer_bind 2633..2648

gene

—

/created_by="primer3"

/%GC="57.1"

/Tm="54.93"

/Hairpin="6.0"

/Primer-Dimer="0.0"

/Monovalent_Salt Concentration="50.0"

/Divalent_Salt Concentration="0.0"

/DNTP_Concentration="0.0"

/Sequence="CCATGGTGTCTAAGGGCGAAG"

/modified_by="User"

/label="pLW102-mKkEI-FW"

/SECDrawAs="Info only"

/SECName=""pLW102-mkEI-FW"
2633..2899

/ApEinfo_fwdcolor="cyan"

/ApEinfo_revcolor="green"

/vntifkey=21

/modified_by="User"

/label="mKate-Exon1"

/SECDrawAs="Info only"

/SECName="mKate-Exon1"

misc_signal 2633..2899

/label="mKate-Exon1"
/SECDrawAs="Gene"
/SECStyleld=1

/SECName="mK2-Ex1"

misc_feature complement(2875..2899)



—

/created_by="primer3"
/%GC="48.0"
/Tm="55.13"
/Hairpin="7.0"
/Primer-Dimer="3.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CTTCTTTAAGCAGTCCTTCCCTGAG"
/modified_by="User"
/label="pLW102-mkEI-RV"
/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"
/SECName="pLW102-mkEI-RV"
/SECDescr="Geneious type: primer_bind_reverse"
primer_bind 2883..2908

—

/created_by="primer3"

/%GC="53.8"

/Tm="59.68"

/Hairpin="9.0"

/Primer-Dimer="5.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="AGCAGTCCTTCCCTGAGGTAAGTGTG"
/label="forward primer"
/SECDrawAs="Info only"

/SECName="forward primer"

primer_bind 2885..2909



—

/created_by="primer3"
/%GC="56.0"
/Tm="58.76"
/Hairpin="9.0"
/Primer-Dimer="4.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CAGTCCTTCCCTGAGGTAAGTGTGC"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"
primer_bind 2897..2916

—

/created_by="primer3"
/annotation_group="135724210982524500090d949a7-e0f7-42d7-b
68e-12577dcea4b5"

/%GC="55.0"

/Tm="58.6"

/Hairpin_Tm="42.5"

/Self Dimer Tm="10.2"
/Sequence="GAGGTAAGTGTGCTCGCTTC"
/label="1st forward primer"
/SECDrawAs="Info only"

/SECName="1st forward primer"

misc_signal  2898..2905
/label="5" donor"

/SECDrawAs="Gene"
/SECStyleld=1

/SECName="5'D"



misc_feature 2900..2905

CDS

/ApEinfo_fwdcolor="#ffff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="Donor\Site"
/SECDrawAs="Info only"
/SECName="Donor\Site"
2900..3287
/gene="miRNA intron"
/SECDrawAs="Gene"

/SECStyleld=1

primer_bind 2906..2922

—

/created_by="primer3"

/%GC="70.6"

/Tm="56.45"

/Hairpin="5.0"

/Primer-Dimer="5.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="GTGCTCGCTTCGGCAGC"
/label="forward primer"

/SECDrawAs="Info only"

/SECName="forward primer"

misc_feature 2906..3254

/created_by="User"
/label="miR-FF4"
/SECDrawAs="Info only"

/SECName="miR-FF4"



primer_bind 2937..2961

—

/created_by="primer3"
/%GC="40.0"
/Tm="52.67"
/Hairpin="6.0"
/Primer-Dimer="5.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="GAATGAGGCTTCAGTACTTTACAGA"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"
misc_feature 3027..3135
/created_by="User"
/label="miR-loop"
/SECDrawAs="Info only"
/SECName="miR-loop"
misc_feature 3027..3135
/gene="miR-loop"
/label="miR-loop misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="miR-loop"
misc_feature 3051..3072
/created_by="User"
/label="FF4 s"
/SECDrawAs="Info only"

/SECName="FF4 s"



misc_feature 3051..3072
/gene="FF4 s"
/label="FF4 s misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mirS2-BS"
misc_feature complement(3092..3113)
/created_by="User"
/label="FF4 as"
/SECDrawAs="Info only"
/SECName="FF4 as"
misc_feature complement(3092..3113)
/gene="FF4 as"
/label="FF4 as misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mirS2"
misc_feature complement(3240..3267)

—

/created_by="primer3"

/%GC="32.1"

/Tm="52.31"

/Hairpin="6.0"

/Primer-Dimer="2.0"

/Monovalent_Salt Concentration="50.0"

/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CACTTTTTTCAATTGTACTAACTTCGAG"
/modified_by="User"

/label="forward primer"



/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"
/SECName="forward primer"
/SECDescr="Geneious type: primer_bind_reverse"
misc_feature 3249..3254
/Recognition_pattern="CANAATTG"
/annotation_group="CAATTG"
/label="Mfel"
/note="Geneious type: restriction site"
/SECDrawAs="Info only"
/SECName="Mfel"
/SECDescr="Geneious type: restriction site"
misc_feature 3255..3262
/ApEinfo_fwdcolor="#00ff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="BranchPoint"
/SECDrawAs="Info only"
/SECName="BranchPoint"
misc_feature complement(3255..3262)
/created_by="User"
/label="primer part"
/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"
/SECName="primer part"
/SECDescr="Geneious type: primer_bind_reverse"
misc_signal  3255..3262
/label="BranchPoint"

/SECDrawAs="Gene"



/SECStyleld=1
/SECName="BranchPoint"
misc_feature 3262
/Original_Bases="TAAC"
/label="TAAC"
/note="Geneious type: Editing History Deletion"
/SECDrawAs="Info only"
/SECName="TAAC"
/SECDescr="Geneious type: Editing History Deletion"
misc_feature 3263..3267
/created_by="User"
/label="Xhol part"
/SECDrawAs="Info only"
/SECName="Xhol part"
misc_feature 3268..3283
/ApEinfo_fwdcolor="#ff80c0"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="PolyPyrTract"
/SECDrawAs="Info only"
/SECName="PolyPyrTract"
misc_feature 3268..3283
/gene="PolyPyrTract"
/label="PolyPyrTract misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="PolyPyrTract"
misc_feature 3284..3287

/ApEinfo_fwdcolor="#ffff00"



/ApEinfo_revcolor="green"
/vntifkey=21
/label="Acceptor\Site"
/SECDrawAs="Info only"

/SECName="Acceptor\Site"

misc_feature complement(3284..3287)

—

/created_by="primer3"
/annotation_group="13572421940353640000646bd98-feb1-491e-8
fb0-a8706067f01d"

/%GC="57.9"

/Tm="59.6"

/Hairpin_Tm="None"

/Self Dimer Tm="None"
/Sequence="TCCCATGTGAAGCCCTGTG"
/label="1st reverse primer"

/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"

/SECName=""1st reverse primer"

/SECDescr="Geneious type: primer_bind_reverse"

misc_feature 3288..3289

source

/label=Acc SS

/note="color: #008000"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="Acc SS"

/SECDescr="color: #008000"
3288..3737

—n

/organism="synthetic DNA construct"

/mol_type="other DNA"



/SECDrawAs="Info only"
/SECName=""'source""
CDS 3290..3291
/gene="3" Acceptor\Site"
/label=3" Acceptor\Site
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="3" Acceptor\Site"
/SECDescr="color: #cc0000; direction: RIGHT"
CDS 3290..3733
/gene="mK-Ex2"
/label=mK-Ex2

/note="color: #cc0000"

/translation="GFTWERVTTYEDGGVLTATQDTSLQDGCLIYNVKIRGVNFPSNG

PVMQKKTLGWEASTEMLYPADGGLEGRSDMALKLVGGGHLICNLKTTYRSK
KPAKNLK

MPGVYYVDRRLERIKEADKETYVEQHEVAVARYCDLPSKLGHKLN"

/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mK2-Ex2"
/SECDescr="color: #cc0000"

CDS 3737..3771
/gene="linker "
/SECDrawAs="Gene"
/SECStyleld=1

CDS 3778..3805



/gene="mirS1-BS"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 3806..3833
/gene="miRS1-BS"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 3834..3861
/gene="miRS1-BS"
/SECDrawAs="Gene"
/SECStyleld=1

source 3881

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="""source"

CDS 3881..3910
/gene="linker "
/SECDrawAs="Gene"
/SECStyleld=1

CDS 3911..3938
/gene="miRS3-BS"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 3939..3966
/gene="miRS3-BS"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 3967..3994



/gene="miRS3-BS"
/SECDrawAs="Gene"
/SECStyleld=1
CDS 4049..4498
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"

source 4049..4507

—n mn

/organism="synthetic DNA construct
/mol_type="other DNA"
/SECDrawAs="Info only"

/SECName=""source""

source join(4508..5248,1..1490)

—n mn

/organism="synthetic DNA construct
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

ORIGIN

1 tagaaggaca gtatttggta tctgegcetct getgaageca gttaccttcg gaaaaagagt
61 tggtagctct tgatccggea aacaaaccac cgetggtage ggtggttttt ttgtttgcaa
121 gcagcagatt acgcgcagaa aaaaaggatc tcaagaagat cctttgatct tttctacggg
181 gtctgacgct cagtggaacg aaaactcacg ttaagggatt ttggtcatga gattatcaaa

241 aaggatcttc acctagatcc ttttaaatta aaaatgaagt tttaaatcaa tctaaagtat

301 atatgagtaa acttggtctg acagttacca atgcttaatc agtgaggcac ctatctcage



361 gatctgtcta tttcgttcat ccatagttge ctgactcecc gtegtgtaga taactacgat

421 acgggagggc ttaccatctg geecccagtge tgeaatgata ccgegagacc cacgetcacc
481 ggctccagat ttatcagcaa taaaccagcec agecggaagg gecgagegea gaagtggtec
541 tgcaacttta tccgecteca tccagtctat taattgttge cgggaagcta gagtaagtag
601 ttcgccagtt aatagtttge geaacgttgt tgecattget acaggeatcg tggtgtcacg
661 ctcgtegttt ggtatggcett cattcagcetc cggttcccaa cgatcaagge gagttacatg
721 atcccccatg ttgtgcaaaa aageggttag ctectteggt cctecgateg ttgtcagaag
781 taagttggcc geagtgttat cactcatggt tatggcagcea ctgcataatt ctcttactgt

841 catgccatcc gtaagatgct tttctgtgac tggtgagtac tcaaccaagt cattctgaga
901 atagtgtatg cggcgaccga gttgetcttg cccggegtea atacgggata ataccgegec
961 acatagcaga actttaaaag tgctcatcat tggaaaacgt tcttcgggge gaaaactctc
1021 aaggatctta ccgctgttga gatccagttc gatgtaaccc actcgtgeac ccaactgatc
1081 ttcagcatct tttactttca ccagcgtttc tgggtgagca aaaacaggaa ggcaaaatge
1141 cgcaaaaaag ggaataaggg cgacacggaa atgttgaata ctcatactct tectttttca
1201 atattattga agcatttatc agggttattg tctcatgagc ggatacatat ttgaatgtat

1261 ttagaaaaat aaacaaatag gggttccgeg cacatttcce cgaaaagtge cacctgacge
1321 gcectgtage ggegeattaa gegeggeggg tgtggtggtt acgegeageg tgaccgcetac
1381 acttgccagce geectagege cegetecttt cgetttette ccttecttte tegecacgtt
1441 cgceggcttt ccecgtcaag ctctaaatcg ggggetecct ttagggttee gatttagtge
1501 tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta gtgggecatc
1561 gccctgatag acggtttttc geectttgac gttggagtcc acgttcttta atagtggact
1621 cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg atttataagg

1681 gattttgeeg atttcggect attggttaaa aaatgagctg atttaacaaa aatttaacgc
1741 gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcaggce tgcgcaactg
1801 ttgggaaggg cgatcggtge gggectctte getattacge cageccaage taccatgata
1861 agtaagtaat attaaggtac gggaggtact tggaggtacg cgttgacatt gattattgac
1921 tagttattaa tagtaatcaa ttacggggtc attagttcat agcccatata tggagttccg
1981 cgttacataa cttacggtaa atggccecgcec tggetgaccg tccaacgacc cccgececatt

2041 gacgtcaata atgacgtatg ttcccatagt aacgccaata gggactttcc attgacgtca



2101 atgggtggag tatttacggt aaactgccca cttggeagta catcaagtgt atcatatgec
2161 aagtacgccc cctattgacg tcaatgacgg taaatggecc gectggeatt atgeccagta
2221 catgacctta tgggactttc ctacttggca gtacatctac gtattagtca tcgctattac

2281 catggtgatg cggttttggc agtacatcaa tgggegtgga tageggtttg actcacgggg
2341 atttccaagt ctccacccca ttgacgtcaa tgggagtttg ttttggeacc aaaatcaacg

2401 ggactttcca aaatgtcgta acaactccgce cccattgacg caaatgggeg gtagcacgta
2461 ctcggatgga agecggtctt gtcgatcagg atgatctgga cgaagagceat cagggectge
2521 aggagacgct agcaggegtg tacggtggga ggtctatata agcagegegt gegatctaag
2581 taagcttggc attccggtac tgttggtaaa ccagcetccag ctcgecacca tggtgtctaa
2641 gggcgaagag ctgattaagg agaacatgca catgaagcetg tacatggagg geaccgtgaa
2701 caaccaccac ttcaagtgca catccgaggg cgaaggcaag ccctacgagg geacccagac
2761 catgagaatc aaggtggtcg agggeggecc tetceectte gecttcgaca tectggetac
2821 cagcttcatg tacggcagca aaaccttcat caaccacacc cagggeatcc ccgacttctt
2881 taagcagtcc ttccctgagg taagtgtget cgettcggea geacatatac tatgttgaat
2941 gaggcttcag tactttacag aatcgttgcec tgcacatctt ggaaacactt getgggatta
3001 cttcttcagg ttaacccaac agaaggcetcg agtgetgttg acagtgageg ccgtctegtt
3061 tatgagtaga aatagtgaag ccacagatgt atttctactc ataaacgaga cggtgectac
3121 tgcctcggag aattcaaggg getactttag gagcaattat cttgtttact aaaactgaat

3181 accttgctat ctctttgata catttttaca aagctgaatt aaaatggtat aaattaaatc

3241 acttttttca attgtactaa cttcgagtct tctttttttt tttcacaagg gcttcacatg

3301 ggagagagtc accacatacg aagacggggg cgtgetgacc getacccagg acaccagect
3361 ccaggacggc tgectcatct acaacgtcaa gatcagaggg gtgaacttce catccaacgg
3421 ccctgtgatg cagaagaaaa cactcggcetg ggaggectce accgagatge tgtaccccge
3481 tgacggcggc ctggaaggcea gaagegacat ggecctgaag ctegtgggeg ggggecacct
3541 gatctgcaac ttgaagacca catacagatc caagaaaccc gctaagaacc tcaagatgec
3601 cggcgtctac tatgtggaca gaagactgga aagaatcaag gaggcecgaca aagagaccta
3661 cgtcgagcag cacgaggtgg ctgtggecag atactgegac ctccctagcea aactgggaca
3721 caaacttaat tgataaacat aggatggcaa gatcctggta tcggtctgeg aaccggtgea

3781 cccgcetegtt tatgtgttct aatacgcacc cgetegttta tgtgttctaa tacgcacccg



/1l

3841 ctcgtttatg tgttctaata cggatccttg cagtcggatc acatatgatg gcaagatcct

3901 ggtatcggtc geacggcecag gattattgta gatattacge acggecagga ttattgtaga
3961 tattacgcac ggccaggatt attgtagata ttacgatatc aagcttatcg ataatcaacc
4021 tctggattac acccgggtaa ccggtaacge gggactctgg ggttcgaaat gaccgaccaa
4081 gcgacgeeca acctgecatc acgagatttc gattccaccg ccgecttcta tgaaaggttg
4141 ggcttcggaa tegttttccg ggacgecggce tggatgatec tccagegegg ggatcteatg
4201 ctggagttct tcgeccaccce tagggggagg ctaactgaaa cacggaagga gacaataccg
4261 gaaggaaccc gegctatgac ggcaataaaa agacagaata aaacgcacgg tgttgggtcg
4321 tttgttcata aacgcggggt tcggteccag ggetggeact ctgtcgatac cccaccgaga
4381 cgccattggg gecaatacge ccgegtttct tecttttcce caccecacce cccaagtteg
4441 ggtgaaggcc cagggcetege agecaacgtc ggggeggeag geectgecat agectcaggt
4501 atgtcgaccg atgeccttga gagecttcaa cccagtcage tectteeggt gggegeggss
4561 catgactatc gtcgecgceac ttatgactgt cttctttatc atgcaactcg taggacaggt
4621 gceggeageg ctetteegcet tectcgetea ctgacteget gegeteggte gtteggetge
4681 ggcgageggt atcagetcac tcaaaggegg taatacggtt atccacagaa tcaggggata
4741 acgcaggaaa gaacatgtga gcaaaaggcc agcaaaagge caggaaccgt aaaaaggecg
4801 cgttgctggc gtttttccat aggetcegec cccctgacga geatcacaaa aatcgacgct
4861 caagtcagag gtggcgaaac ccgacaggac tataaagata ccaggegttt cccectggaa
4921 gcteectegt gegetetect gttccgaccc tgecgcettac cggatacctg tccgecttte
4981 tccctteggg aagegtggeg ctttctcaat getcacgetg taggtatcte agttcggtgt
5041 aggtcgttcg ctccaagcetg ggetgtgtge acgaaccccc cgttcagecc gaccgetgeg
5101 ccttatccgg taactatcgt cttgagtcca acccggtaag acacgactta tcgecactgg
5161 cagcagccac tggtaacagg attagcagag cgaggtatgt aggeggtget acagagttct

5221 tgaagtggtg gectaactac ggctacac

pRZ233

LOCUS pRZ233 5161 bp DNA circular SYN 22-AUG-2025

DEFINITION



ACCESSION pRZ233

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1to 5161)

AUTHORS Self

JOURNAL Unpublished.

COMMENT SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
gene complement(325..1185)
/label=AmpR

i

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"""
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"



/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGITAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin  1317..1772
/direction=RIGHT
/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

source 1491..1899
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""

CDS 1900..2488
/gene="CMVp "
/SECDrawAs="Gene"
/SECStyleld=1

misc_feature 1985..2272



CDS

CDS

/gene="CAG_enhancer™
/SECDrawAs="Region"
/SECStyleld=1
2489..2542
/gene="5" UTR"
/codon_start=3
/SECDrawAs="Gene"
/SECStyleld=1
2537..2545
/gene="KOZAK"
/SECDrawAs="Gene"

/SECStyleld=1

misc_signal 2537..2812

/label="mKate-Exon1"
/SECDrawAs="Gene"
/SECStyleld=1

/SECName="mK2-Ex1"

primer_bind 2546..2561

—

/created_by="primer3"

/%GC="57.1"

/Tm="54.93"

/Hairpin="6.0"

/Primer-Dimer="0.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CCATGGTGTCTAAGGGCGAAG"
/modified_by="User"

/label="pLW102-mkEI-FW"



gene

/SECDrawAs="Info only"
/SECName=""pLW102-mkEI-FW"
2546..2812
/ApEinfo_fwdcolor="cyan"
/ApEinfo_revcolor="green"
/vntifkey=21
/modified_by="User"
/label="mKate-Exon1"
/SECDrawAs="Info only"

/SECName="mKate-Exon1"

misc_feature complement(2788..2812)

—

/created_by="primer3"

/%GC="48.0"

/Tm="55.13"

/Hairpin="7.0"

/Primer-Dimer="3.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CTTCTTTAAGCAGTCCTTCCCTGAG"
/modified_by="User"
/label="pLW102-mkEI-RV"
/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"
/SECName="pLW102-mkEI-RV"

/SECDescr="Geneious type: primer_bind_reverse"

primer_bind 2796..2821

—

/created_by="primer3"

/%GC="53.8"



/Tm="59.68"

/Hairpin="9.0"

/Primer-Dimer="5.0"

/Monovalent_Salt Concentration="50.0"

/Divalent_Salt Concentration="0.0"

/DNTP_Concentration="0.0"

/Sequence="AGCAGTCCTTCCCTGAGGTAAGTGTG"

/label="forward primer"

/SECDrawAs="Info only"

/SECName="forward primer"
primer_bind 2798..2822

—

/created_by="primer3"
/%GC="56.0"
/Tm="58.76"
/Hairpin="9.0"
/Primer-Dimer="4.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CAGTCCTTCCCTGAGGTAAGTGTGC"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"
primer_bind 2810..2829

—

/created_by="primer3"
/annotation_group="135724210982524500090d949a7-e0f7-42d7-b
68e-12577dcea4b5"

/%GC="55.0"

/Tm="58.6"



/Hairpin_Tm="42.5"

/Self Dimer Tm="10.2"
/Sequence="GAGGTAAGTGTGCTCGCTTC"
/label="1st forward primer"
/SECDrawAs="Info only"

/SECName="1st forward primer"

misc_signal 2811..2818

/label="5" donor"
/SECDrawAs="Gene"
/SECStyleld=1

/SECName="5"D"

misc_feature 2813..2818

CDS

/ApEinfo_fwdcolor="#ffff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="Donor\Site"
/SECDrawAs="Info only"
/SECName="Donor\Site"
2813..3200
/gene="miRNA intron"
/SECDrawAs="Gene"

/SECStyleld=1

primer_bind 2819..2835

—

/created_by="primer3"
/%GC="70.6"
/Tm="56.45"
/Hairpin="5.0"

/Primer-Dimer="5.0"

/Monovalent_Salt Concentration="50.0"



/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="GTGCTCGCTTCGGCAGC"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"
misc_feature 2819..3167
/created_by="User"
/label="miR-FF4"
/SECDrawAs="Info only"
/SECName="miR-FF4"
primer_bind 2850..2874

—

/created_by="primer3"
/%GC="40.0"
/Tm="52.67"
/Hairpin="6.0"
/Primer-Dimer="5.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="GAATGAGGCTTCAGTACTTTACAGA"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"
misc_feature 2940..3048
/created_by="User"
/label="miR-loop"
/SECDrawAs="Info only"

/SECName="miR-loop"



misc_feature 2940..3048
/gene="miR-loop"
/label="miR-loop misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="miR-loop"

misc_feature 2964..2985
/created_by="User"
/label="FF4 s"
/SECDrawAs="Info only"
/SECName="FF4 s"

misc_feature 2964..2985
/gene="FF4 s"
/label="FF4 s misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mirS2-BS"

misc_feature complement(3005..3026)
/created_by="User"
/label="FF4 as"
/SECDrawAs="Info only"
/SECName="FF4 as"

misc_feature complement(3005..3026)
/gene="FF4 as"
/label="FF4 as misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mirS2"

misc_feature complement(3153..3180)



—

/created_by="primer3"
/%GC="32.1"
/Tm="52.31"
/Hairpin="6.0"
/Primer-Dimer="2.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CACTTTTTTCAATTGTACTAACTTCGAG"
/modified_by="User"
/label="forward primer"
/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"
/SECName="forward primer"
/SECDescr="Geneious type: primer_bind_reverse"
misc_feature 3162..3167
/Recognition_pattern="CANAATTG"
/annotation_group="CAATTG"
/label="Mfel"
/note="Geneious type: restriction site"
/SECDrawAs="Info only"
/SECName="Mfel"
/SECDescr="Geneious type: restriction site"
misc_feature 3168..3175
/ApEinfo_fwdcolor="#00ff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="BranchPoint"

/SECDrawAs="Info only"



/SECName="BranchPoint"
misc_feature complement(3168..3175)
/created_by="User"
/label="primer part"
/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"
/SECName="primer part"
/SECDescr="Geneious type: primer_bind_reverse"
misc_signal 3168..3175
/label="BranchPoint"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="BP"
misc_feature 3175
/Original_Bases="TAAC"
/label="TAAC"
/note="Geneious type: Editing History Deletion"
/SECDrawAs="Info only"
/SECName="TAAC"
/SECDescr="Geneious type: Editing History Deletion"
misc_feature 3176..3180
/created_by="User"
/label="Xhol part"
/SECDrawAs="Info only"
/SECName="Xhol part"
misc_feature 3181..3196
/ApEinfo_fwdcolor="#ff80c0"
/ApEinfo_revcolor="green"

/vntifkey=21



/label="PolyPyrTract"
/SECDrawAs="Info only"
/SECName="PolyPyrTract"
misc_feature 3181..3196
/gene="PolyPyrTract"
/label="PolyPyrTract misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="PolyPyrTract"
misc_feature 3197..3200
/ApEinfo_fwdcolor="#ffff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="Acceptor\Site"
/SECDrawAs="Info only"
/SECName="Acceptor\Site"
misc_feature complement(3197..3200)

—

/created_by="primer3"
/annotation_group="13572421940353640000646bd98-feb1-491e-8
fb0-a8706067f01d"

/%GC="57.9"

/Tm="59.6"

/Hairpin_Tm="None"

/Self Dimer Tm="None"
/Sequence="TCCCATGTGAAGCCCTGTG"

/label="1st reverse primer"

/note="Geneious type: primer_bind_reverse"

/SECDrawAs="Info only"

/SECName=""1st reverse primer"



/SECDescr="Geneious type: primer_bind_reverse"
misc_feature 3201..3202

/label=Acc SS

/note="color: #008000"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="Acc SS"

/SECDescr="color: #008000"
source 3201..3650

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""'source"

CDS 3203..3204
/gene="3" Acceptor\Site"

/label=3" Acceptor\Site

/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="3" Acceptor\Site"
/SECDescr="color: #cc0000; direction: RIGHT"

CDS 3203..3646
/gene="mK-Ex2"

/label=mK-Ex2

/note="color: #cc0000"

/translation="GFTWERVTTYEDGGVLTATQDTSLQDGCLIYNVKIRGVNFPSNG

PVMQKKTLGWEASTEMLYPADGGLEGRSDMALKLVGGGHLICNLKTTYRSK
KPAKNLK



MPGVYYVDRRLERIKEADKETYVEQHEVAVARYCDLPSKLGHKLN"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mK2-Ex2"
/SECDescr="color: #cc0000"

CDS 3650..3684
/gene="linke"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 3691..3718
/gene="miRS1-BS"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 3719..3746
/gene="miRS1-BS"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 3747..3774
/gene="miRS1-BS"
/SECDrawAs="Gene"
/SECStyleld=1

source 3794
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="""source"'

CDS 3794..3823

/gene="linker"



/SECDrawAs="Gene"
/SECStyleld=1

CDS 3824..3851
/gene="miRS3-BS"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 3852..3879
/gene="miRS3-BS"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 3880..3907
/gene="miRS3-BS"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 3962..4411
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"

source 3962..4420

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"

/SECName=""source""

source join(4421..5161,1..1490)



/organism="synthetic DNA construct"

/mol_type="other DNA"

/SECDrawAs="Info only"

/SECName=""source"

ORIGIN
1 tagaaggaca gtatttggta tctgegcetct getgaageca gttaccttcg gaaaaagagt

61 tggtagctct tgatccggea aacaaaccac cgetggtage ggtggttttt ttgtttgcaa
121 gcagcagatt acgcgcagaa aaaaaggatc tcaagaagat cctttgatct tttctacggg
181 gtctgacgct cagtggaacg aaaactcacg ttaagggatt ttggtcatga gattatcaaa
241 aaggatcttc acctagatcc ttttaaatta aaaatgaagt tttaaatcaa tctaaagtat
301 atatgagtaa acttggtctg acagttacca atgcttaatc agtgaggcac ctatctcage
361 gatctgtcta tttcgttcat ccatagttge ctgactcecc gtegtgtaga taactacgat
421 acgggagggc ttaccatctg geecccagtge tgeaatgata ccgegagacc cacgetcacc
481 ggctccagat ttatcagcaa taaaccagcec agecggaagg gecgagegea gaagtggtec
541 tgcaacttta tccgecteca tccagtctat taattgttge cgggaagcta gagtaagtag
601 ttcgccagtt aatagtttge geaacgttgt tgecattget acaggeatcg tggtgtcacg
661 ctcgtegttt ggtatggcett cattcagcetc cggttcccaa cgatcaagge gagttacatg
721 atcccccatg ttgtgcaaaa aagcggttag ctectteggt cctecgateg ttgtcagaag
781 taagttggcc geagtgttat cactcatggt tatggcagcea ctgcataatt ctcttactgt
841 catgccatcc gtaagatgct tttctgtgac tggtgagtac tcaaccaagt cattctgaga
901 atagtgtatg cggcgaccga gttgetcttg cccggegtca atacgggata ataccgegec
961 acatagcaga actttaaaag tgctcatcat tggaaaacgt tcttcgggge gaaaactctc
1021 aaggatctta ccgctgttga gatccagttc gatgtaaccc actcgtgeac ccaactgatc
1081 ttcagcatct tttactttca ccagcgtttc tgggtgagea aaaacaggaa ggcaaaatge
1141 cgcaaaaaag ggaataaggg cgacacggaa atgttgaata ctcatactct tectttttca
1201 atattattga agcatttatc agggttattg tctcatgagc ggatacatat ttgaatgtat
1261 ttagaaaaat aaacaaatag gggttccgeg cacatttcce cgaaaagtge cacctgacge
1321 gccctgtage ggegeattaa gegeggeggg tgtggtggtt acgegeageg tgaccgcetac

1381 acttgccagc geectagege cegetecttt cgetttette ccttecttte tegecacgtt



1441 cgceggcttt ccecgtcaag ctctaaatcg ggggetecct ttagggttee gatttagtge
1501 tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta gtgggecatc
1561 gccctgatag acggtttttc geectttgac gttggagtcc acgttcttta atagtggact
1621 cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg atttataagg
1681 gattttgeeg atttcggect attggttaaa aaatgagctg atttaacaaa aatttaacgc
1741 gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcaggce tgcgcaactg
1801 ttgggaaggg cgatcggtge gggectctte getattacge cageccaage taccatgata
1861 agtaagtaat attaaggtac gggaggtact tggaggtacg cgttgacatt gattattgac
1921 tagttattaa tagtaatcaa ttacggggtc attagttcat agcccatata tggagttccg
1981 cgttacataa cttacggtaa atggccecgcec tggetgaccg tccaacgacc cccgececatt
2041 gacgtcaata atgacgtatg ttcccatagt aacgccaata gggactttcc attgacgtca
2101 atgggtggag tatttacggt aaactgccca cttggeagta catcaagtgt atcatatgec
2161 aagtacgccc cctattgacg tcaatgacgg taaatggecc gectggeatt atgeccagta
2221 catgacctta tgggactttc ctacttggca gtacatctac gtattagtca tcgctattac
2281 catggtgatg cggttttggce agtacatcaa tgggegtgga tageggtttg actcacgggg
2341 atttccaagt ctccacccca ttgacgtcaa tgggagtttg ttttggcacc aaaatcaacg
2401 ggactttcca aaatgtcgta acaactccgce cccattgacg caaatgggeg gtaggegtgt
2461 acggtgggag gtctatataa gcagegegtg cgatctaagt actaagtaag cttggeattc
2521 cggtactgtt ggtaaagcca ccatggtgtc taagggegaa gagctgatta aggagaacat
2581 gcacatgaag ctgtacatgg agggcaccgt gaacaaccac cacttcaagt gcacatccga
2641 gggegaagge aagecctacg agggeaccca gaccatgaga atcaaggtgg tcgagggegg
2701 ccctcteccc ttegectteg acatcctgge taccagcettce atgtacggea geaaaacctt
2761 catcaaccac acccagggca tccecgactt ctttaageag tecttcectg aggtaagtgt
2821 gctegcttcg geagcacata tactatgttg aatgaggcett cagtacttta cagaatcgtt
2881 gcctgcacat cttggaaaca cttgetggga ttacttcttc aggttaacce aacagaagge
2941 tcgagtgctg ttgacagtga gegecgtcte gtttatgagt agaaatagtg aagccacaga
3001 tgtatttcta ctcataaacg agacggtgec tactgectcg gagaattcaa ggggetactt
3061 taggagcaat tatcttgttt actaaaactg aataccttge tatctctttg atacattttt

3121 acaaagctga attaaaatgg tataaattaa atcacttttt tcaattgtac taacttcgag



3181 tcttcttttt ttttttcaca agggcettcac atgggagaga gtcaccacat acgaagacgg

3241 gggcgtgetg accgctaccc aggacaccag cctccaggac ggetgectca tctacaacgt
3301 caagatcaga ggggtgaact tcccatccaa cggecctgtg atgcagaaga aaacactcgg
3361 ctgggaggcc tccaccgaga tgetgtacce cgetgacgge ggectggaag geagaagega
3421 catggccectg aagetegtgg gegggggeca cctgatctge aacttgaaga ccacatacag
3481 atccaagaaa cccgctaaga acctcaagat geecggegte tactatgtgg acagaagact
3541 ggaaagaatc aaggaggcecg acaaagagac ctacgtcgag cageacgagg tggetgtgge
3601 cagatactgc gacctcecta gcaaactggg acacaaactt aattgataaa cataggatgg
3661 caagatcctg gtatcggtct gecgaaccggt geacccgcte gtttatgtgt tctaatacge
3721 acccgctegt ttatgtgtte taatacgcac ccgetegttt atgtgttcta atacggatcc

3781 ttgcagtcgg atcacatatg atggcaagat cctggtatcg gtcgeacgge caggattatt
3841 gtagatatta cgcacggcca ggattattgt agatattacg cacggccagg attattgtag
3901 atattacgat atcaagctta tcgataatca acctctggat tacacccggg taaccggtaa
3961 cgcgggactc tggggttcga aatgaccgac caagcgacgce ccaacctgec atcacgagat
4021 ttcgattcca ccgecgectt ctatgaaagg ttgggetteg gaatcgtttt ccgggacgec
4081 ggctggatga tcctccageg cggggatcte atgetggagt tettcgecca cectaggggg
4141 aggctaactg aaacacggaa ggagacaata ccggaaggaa cccgegctat gacggceaata
4201 aaaagacaga ataaaacgca cggtgttggg tcgtttgttc ataaacgcegg ggttcggtec
4261 cagggctgge actctgtcga taccccaccg agacgcecatt ggggecaata cgeccgegtt
4321 tcttectttt ccccacceca ccccccaagt tegggtgaag geccaggget cgeagecaac
4381 gtcggggegg caggecctge catagectca ggtatgtega ccgatgecct tgagagectt
4441 caacccagtc agctecttee ggtgggegeg gggeatgact atcgtcgecg cacttatgac
4501 tgtcttcttt atcatgcaac tcgtaggaca ggtgecggea gegcetcttee gettectege
4561 tcactgactc getgegeteg gtegttcgge tgeggegage ggtatcaget cactcaaagg
4621 cggtaatacg gttatccaca gaatcagggg ataacgcagg aaagaacatg tgagcaaaag
4681 gccagcaaaa ggccaggaac cgtaaaaagg ccgegttget ggegttttte cataggcetcec
4741 gceeccctga cgagcatcac aaaaatcgac getcaagtca gaggtggega aacccgacag
4801 gactataaag ataccaggcg tttcccectg gaageteect cgtgegcetct cctgttecga

4861 ccctgeegcet taccggatac ctgteegect tteteectte gggaagegtg gegcetttcte



4921 aatgctcacg ctgtaggtat ctcagttcgg tgtaggtcgt tcgetccaag ctgggetgtg
4981 tgcacgaacc cceegttcag cccgaccget gegecttate cggtaactat cgtettgagt
5041 ccaacccggt aagacacgac ttatcgecac tggcagceagce cactggtaac aggattagea
5101 gagcgaggta tgtaggcggt getacagagt tcttgaagtg gtggectaac tacggctaca
5161 c

/1l

pRZ236

LOCUS pRZ236 3764bp DNA circular SYN 22-AUG-2025

DEFINITION

ACCESSION pRZ236

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 3764)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
source 1..413
/organism="synthetic DNA construct"

/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""
CDS 414..692

/gene="Transcriptionally inactive DNA sequence (Promoter

filler)"

/SECDrawAs="Gene"



/SECStyleld=1

misc_signal 697..698

source

CDS

CDS

/label=KOZAK
/note="/created_by=""User"""
/note="color: #cc0000; direction: RIGHT"
/codon_start=3

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="KOZAK"

/SECDescr="/created_by=""User""color: #cc0000; direction
697..1018
/organism="synthetic DNA construct"

/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"
702..968
/gene="mK-Ex1"
/label=mK-Ex1
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mK2-Ex1"
/SECDescr="color: #cc0000; direction: RIGHT"
969..1018
/gene="ID"
/product="color: #cc0000; direction: RIGHT"
/translation="VSVLASAAHILC"
/SECDrawAs="Gene"

/SECStyleld=1

: RIGHT"



CDS

CDS

CDS

source

source

/SECName="ID"

/SECDescr="color: #cc0000; direction: RIGHT"
1011..1019

/gene="5D"

/SECDrawAs="Gene"

/SECStyleld=1
1019..1068

/gene="BD6-S"

/SECDrawAs="Gene"

/SECStyleld=1
1075..1524

/gene="HSV1-pA"

/label=HSV1-pA

/label=HSV1-pA CDS

/note="color: #cc0000; direction: RIGHT"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="HSV1-pA"

/SECDescr="color: #cc0000; direction: RIGHT"
1075..1533

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

1534..3764

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"

/SECName=""source"



gene complement(2599..3459)
/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"""
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin  join(3591..3764,1..282)
/direction=RIGHT
/label=phage f1 origin of replication

/note="/created_by=""User"""



/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

ORIGIN

1 gatttagtgc tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta

61 gtgggccatc geectgatag acggtttttc geectttgac gttggagtcc acgttcttta
121 atagtggact cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg
181 atttataagg gattttgccg atttcggect attggttaaa aaatgagctg atttaacaaa
241 aatttaacgc gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcagge
301 tgcgcaactg ttgggaaggg cgatcggtge gggectette getattacge cageccaage
361 taccatgata agtaagtaat attaaggtac gggaggtact tggaggtacg cgtacagcag
421 agatccagtt tggttaatgg gegegectcg acgttgtcac tgaageggga agggactgge
481 tgctattggg cgaagtgecg gggraggatc tectgtcatce tcaccttget cctgecgaga
541 aagtatccat catggctgat gcaatgcgge ggcetgeatac gettgateeg getacctgec
601 cattcgacca ccaagcgaaa catcgcatcg agegageacg tactcggatg gaagecggtc
661 ttgtcgatca ggatgatctg gacgaagagc atgccaccat ggtgtctaag ggcgaagage
721 tgattaagga gaacatgcac atgaagctgt acatggaggg caccgtgaac aaccaccact
781 tcaagtgcac atccgagggce gaaggcaage cctacgaggg cacccagacc atgagaatca
841 aggtggtcga gggeggecect ctecectteg ccttcgacat cctggetace agettcatgt
901 acggcagcaa aaccttcatc aaccacaccc agggcatccc cgacttcttt aagcagtcect
961 tccctgaggt aagtgtgete gettcggeag cacatatact atgttgaatg aggcettcatg
1021 tatgtaatag agatgtagag ttagtgtgga agaatagttc aagattaaga attcgcggga
1081 ctctggggtt cgaaatgacc gaccaagega cgeccaacct gecatcacga gatttegatt

1141 ccaccgecgc cttctatgaa aggttgggcet tcggaategt tttccgggac gecggetgga



1201 tgatcctcca gegeggggat ctcatgetgg agttcttcge ccaccctagg gggaggcetaa
1261 ctgaaacacg gaaggagaca ataccggaag gaacccgegc tatgacggea ataaaaagac
1321 agaataaaac gcacggtgtt gggtcgtttg ttcataaacg cggggttcgg tcccagggct
1381 ggcactctgt cgatacccca ccgagacgec attggggeca atacgeccge gtttettect
1441 tttccccacc ccacceccca agttcgggtg aaggeccagg getcgeagec aacgtegggs
1501 cggcaggccc tgecatagec tcaggtatgt cgaccgatge ccttgagage cttcaaccca
1561 gtcagctect tceggtggge geggggeatg actatcgteg ccgeacttat gactgtctte
1621 tttatcatgc aactcgtagg acaggtgecg geagegcetct tecgcettect cgetcactga
1681 ctegcetgegce teggtegttc ggetgeggeg ageggtatca getcactcaa aggeggtaat
1741 acggttatcc acagaatcag gggataacgc aggaaagaac atgtgagcaa aaggccagea
1801 aaaggccagg aaccgtaaaa aggecgegtt getggegttt ttccatagge tcegeeccecc
1861 tgacgagcat cacaaaaatc gacgctcaag tcagaggtgg cgaaacccga caggactata
1921 aagataccag gcgtttccec ctggaagcte cctegtgegc tetectgtte cgaccctgec
1981 gcttaccgga tacctgtceg cctttcteec ttcgggaage gtggegcttt ctcaatgetce
2041 acgctgtagg tatctcagtt cggtgtaggt cgttcgetec aagetgggct gtgtgeacga
2101 accceccgtt cageecgacc getgegectt atccggtaac tatcgtettg agtccaaccc
2161 ggtaagacac gacttatcgc cactggcage agecactggt aacaggatta gcagagegag
2221 gtatgtaggc ggtgcetacag agttcttgaa gtggtggect aactacggct acactagaag
2281 gacagtattt ggtatctgeg ctctgetgaa gecagttacc ttcggaaaaa gagttggtag
2341 ctcttgatcc ggcaaacaaa ccaccgetgg tageggtggt ttttttgttt gcaagcagea
2401 gattacgcgc agaaaaaaag gatctcaaga agatcctttg atcttttcta cggggtctga
2461 cgctcagtgg aacgaaaact cacgttaagg gattttggtc atgagattat caaaaaggat
2521 cttcacctag atccttttaa attaaaaatg aagttttaaa tcaatctaaa gtatatatga

2581 gtaaacttgg tctgacagtt accaatgctt aatcagtgag gcacctatct cagcgatctg
2641 tctatttcgt tcatccatag ttgectgact ccecgtegtg tagataacta cgatacggga
2701 gggcttacca tctggececca gtgetgeaat gataccgega gacccacgct caccggetec
2761 agatttatca gcaataaacc agccagecgg aagggecgag cgeagaagtg gtectgeaac
2821 tttatccgec tccatccagt ctattaattg ttgecgggaa getagagtaa gtagttegec

2881 agttaatagt ttgcgcaacg ttgttgccat tgctacagge atcgtggtgt cacgetegtc



2941 gtttggtatg gcttcattca getecggtte ccaacgatca aggegagtta catgatcccc
3001 catgttgtgc aaaaaagcgg ttagctectt cggtectecg atcgttgtca gaagtaagtt
3061 ggccgcagtg ttatcactca tggttatgge ageactgceat aattctctta ctgtcatgec
3121 atccgtaaga tgcttttctg tgactggtga gtactcaacc aagtcattct gagaatagtg
3181 tatgcggega ccgagttget cttgecegge gtcaatacgg gataataccg cgecacatag
3241 cagaacttta aaagtgctca tcattggaaa acgttcttcg gggegaaaac tctcaaggat
3301 cttaccgctg ttgagatcca gttcgatgta acccactcgt gecacccaact gatcttcage
3361 atcttttact ttcaccagcg tttctgggtg agcaaaaaca ggaaggcaaa atgecgeaaa
3421 aaagggaata agggcgacac ggaaatgttg aatactcata ctcttccttt ttcaatatta
3481 ttgaagcatt tatcagggtt attgtctcat gagcggatac atatttgaat gtatttagaa
3541 aaataaacaa ataggggttc cgcgceacatt tccccgaaaa gtgecacctg acgegecctg
3601 tagcggcegca ttaagegegg cgggtgtggt ggttacgege agegtgaccg ctacacttge
3661 cagcgccecta gegececgcete ctttegcttt cttcecttec tttctcgeca cgttegeegg
3721 ctttcceegt caagctctaa atcgggggct cectttaggg ttec

/1l

pRZ237

LOCUS pRZ237 4148 bp DNA circular SYN 02-SEP-2025

DEFINITION

ACCESSION pRZ237

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 4148)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers



source

CDS

1..409

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""

440..692
/gene="Transcriptionally inactive DNA sequence (Promoter
filler)"
/SECDrawAs="Gene"

/SECStyleld=1

misc_feature 707..756

source

CDS

/label=BD Reverse Complementary to AFP
/note="color: #3366ff"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="BD6-AS"
/SECDescr="color: #3366ff"

707..756

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="'source""
738..739
/gene="2mismatches"
/SECDrawAs="Gene"

/SECStyleld=1

misc_feature 757..768

/label=Intron splice enhancer (ISE)

/note="color: #00ff00"



/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Intron splice enhancer (ISE)"
/SECDescr="color: #00ff00"
source 757..1292

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"'

CDS 769..797
/gene="Canonical V1"
/SECDrawAs="Gene"
/SECStyleld=1

misc_feature 798..799
/label=Acc SS
/note="color: #008000"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Acc SS"
/SECDescr="color: #008000"

CDS 800..801
/gene="3" Acceptor\Site"

/label=3" Acceptor\Site

/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="3" Acceptor\Site"
/SECDescr="color: #cc0000; direction: RIGHT"

CDS 800..1243



/gene="mK-Ex2"
/label=mK-Ex2

/note="color: #cc0000"

/translation="GFTWERVTTYEDGGVLTATQDTSLQDGCLIYNVKIRGVNFPSNG

PVMQKKTLGWEASTEMLYPADGGLEGRSDMALKLVGGGHLICNLKTTYRSK
KPAKNLK

MPGVYYVDRRLERIKEADKETYVEQHEVAVARYCDLPSKLGHKLN"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mK-Ex2"
/SECDescr="color: #cc0000"

misc_feature 1248..1294
/label=Linker 361-400 Kana
/note="color: #ffff00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Linker 4"
/SECDescr="color: #ffff00"
source 1293..1294

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""

CDS 1328..1355

/gene="miRS1-BS"
/SECDrawAs="Gene"

/SECStyleld=1



CDS

CDS

source

CDS

source

gene

1356..1383
/gene="miRS1-BS"
/SECDrawAs="Gene"
/SECStyleld=1

1384..1411
/gene="miRS1-BS"
/SECDrawAs="Gene"
/SECStyleld=1

1455..1697

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="'source""
1455..1903
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/note="color: #cc0000; direction: RIGHT"
/translation="ADSGVRNDRPSDAQPAITRFRFHRRLL"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"
1698..4148

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"

/SECName=""source"

complement(2983..3843)



/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"™"
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin  join(3975..4148,1..282)
/direction=RIGHT
/label=phage f1 origin of replication

/note="/created_by=""User

/mote="/translation=""TRPVAAH"""



/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

ORIGIN

1 gatttagtgc tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta

61 gtgggccatc geectgatag acggtttttc geectttgac gttggagtcc acgttcttta
121 atagtggact cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg
181 atttataagg gattttgccg atttcggect attggttaaa aaatgagctg atttaacaaa
241 aatttaacgc gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcagge
301 tgcgcaactg ttgggaaggg cgatcggtge gggectette getattacge cageccaage
361 taccatgata agtaagtaat attaaggtac gggaggtact tggaggtacg cgtacagcag
421 agatccagtt tggttaatgg gegegectcg acgttgtcac tgaageggga agggactgge
481 tgctattggg cgaagtgecg gggraggatc tectgtcatce tcaccttget cctgecgaga
541 aagtatccat catggctgat gcaatgcgge ggcetgeatac gettgatceg getacctgec
601 cattcgacca ccaagcgaaa catcgcatcg agegageacg tactcggatg gaagecggtc
661 ttgtcgatca ggatgatctg gacgaagage atggegegec gaattcttaa tcttgaacta
721 ttcttccaca ctaactcatc atctctatta catacacggg gatgggggta ctaacttcga
781 gtcttctttt tttttttagg gettcacatg ggagagagtc accacatacg aagacggggs
841 cgtgctgacc getacccagg acaccagect ccaggacgge tgectcatct acaacgtcaa
901 gatcagaggg gtgaacttcc catccaacgg ccctgtgatg cagaagaaaa cactcggetg
961 ggaggcctce accgagatgce tgtacceege tgacggeggce ctggaaggea gaagegacat
1021 ggccectgaag ctegtgggeg ggggecacct gatctgeaac ttgaagacca catacagatc
1081 caagaaaccc gctaagaacc tcaagatgec cggegtctac tatgtggaca gaagactgga
1141 aagaatcaag gaggccgaca aagagaccta cgtcgagcag cacgaggtgg ctgtggecag

1201 atactgcgac ctccctagea aactggggea caaacttaat tgataaaggt cgtcagactg



1261 atgggcccta ttcggatatt gagatgagga tccaagctta gatcctggta teggtetgeg
1321 aaccggtgca cccgetegtt tatgtgttct aatacgcacc cgetegttta tgtgttctaa

1381 tacgcacccg ctegtttatg tgttctaata cggatecttg cagtcccggg taaccggtaa
1441 ttcgatatca agccgeggac tctggggttc gaaatgaccg accaagegac geccaacctg
1501 ccatcacgag atttcgattc caccgccgcec ttctatgaaa ggttgggett cggaatcgtt
1561 ttccgggacg ccggetggat gatcctccag cgeggggatc tcatgetgga gttettcgec
1621 caccctaggg ggaggctaac tgaaacacgg aaggagacaa taccggaagg aacccgeget
1681 atgacggcaa taaaaagaca gaataaaacg cacggtgttg ggtcgtttgt tcataaacgc
1741 ggggttcggt cccagggetg geactctgte gataccccac cgagacgeca ttggggecaa
1801 tacgcccegceg tttettectt ttccccacce caccceccaa gttegggtga aggeccaggg
1861 ctcgcagceca acgtegggge ggeaggecct gecatagect cagetcgagt atgtcgaceg
1921 atgcccttga gagecttcaa cccagtcage tecttceggt gggegegggg catgactatc
1981 gtcgecegceac ttatgactgt cttctttatc atgcaactcg taggacaggt geceggeageg
2041 ctctteegct tectegetea ctgacteget gegeteggte gtteggetge ggegageggt
2101 atcagctcac tcaaaggcgg taatacggtt atccacagaa tcaggggata acgcaggaaa
2161 gaacatgtga gcaaaaggcc agcaaaagge caggaaccgt aaaaaggecg cgttgetgge
2221 gtttttccat aggctecgec cccctgacga geatcacaaa aatcgacgcet caagtcagag
2281 gtggcgaaac ccgacaggac tataaagata ccaggegttt cccectggaa geteectegt
2341 gcgctcetect gttccgaccec tgecgcettac cggatacctg tecgecttte teectteggg
2401 aagcgtggeg ctttctcaat getcacgetg taggtatcte agttcggtgt aggtegtteg
2461 ctccaagctg ggetgtgtge acgaaccccc cgttcagecce gaccgetgeg ccttatccgg
2521 taactatcgt cttgagtcca acccggtaag acacgactta tcgecactgg cagcagecac
2581 tggtaacagg attagcagag cgaggtatgt aggeggtget acagagttct tgaagtggtg
2641 gcctaactac ggctacacta gaaggacagt atttggtatc tgegetctge tgaagecagt
2701 taccttcgga aaaagagttg gtagctcttg atccggcaaa caaaccaccg ctggtagegg
2761 tggttttttt gtttgcaagc agcagattac gcgcagaaaa aaaggatctc aagaagatcc
2821 tttgatcttt tctacggggt ctgacgctca gtggaacgaa aactcacgtt aagggatttt
2881 ggtcatgaga ttatcaaaaa ggatcttcac ctagatcctt ttaaattaaa aatgaagttt

2941 taaatcaatc taaagtatat atgagtaaac ttggtctgac agttaccaat gcttaatcag



3001 tgaggcacct atctcagcga tctgtctatt tcgttcatce atagttgect gactcceccgt
3061 cgtgtagata actacgatac gggagggctt accatctgge cccagtgetg caatgatacc
3121 gcgagaccca cgctcaccgg ctccagattt atcagcaata aaccagcecag ccggaagggc
3181 cgagcgcaga agtggtectg caactttatc cgectccate cagtctatta attgttgecg
3241 ggaagctaga gtaagtagtt cgccagttaa tagtttgege aacgttgttg ccattgctac
3301 aggcatcgtg gtgtcacgct cgtegtttgg tatggcttca ttcagcetecg gtteccaacg
3361 atcaaggcga gttacatgat cccccatgtt gtgcaaaaaa geggttaget cctteggtec
3421 tccgatcgtt gtcagaagta agttggecgc agtgttatca ctcatggtta tggeageact
3481 gcataattct cttactgtca tgccatccgt aagatgettt tctgtgactg gtgagtactc
3541 aaccaagtca ttctgagaat agtgtatgeg gegaccgagt tgetcttgee cggegtcaat
3601 acgggataat accgcgecac atagcagaac tttaaaagtg ctcatcattg gaaaacgttc
3661 ttcggggega aaactctcaa ggatcttacc getgttgaga tccagttcga tgtaacccac
3721 tcgtgcaccc aactgatctt cagcatcttt tactttcacc agegtttctg ggtgagcaaa
3781 aacaggaagg caaaatgccg caaaaaaggg aataagggeg acacggaaat gttgaatact
3841 catactcttc ctttttcaat attattgaag catttatcag ggttattgtc tcatgagegg
3901 atacatattt gaatgtattt agaaaaataa acaaataggg gttccgcgcea catttccecg
3961 aaaagtgcca cctgacgege cctgtagegg cgeattaage geggegggtg tggtggttac
4021 gcgeagegtg accgctacac ttgecagege cctagegecc getecttteg ctttetteee
4081 ttcctttcte gecacgtteg ceggetttee ccgtcaaget ctaaatcggg ggeteecttt
4141 agggttcc

/1

pRZ238
LOCUS  pRZz238 4550 bp DNA circular SYN 22-AUG-2025
DEFINITION
ACCESSION pRZ238
KEYWORDS
SOURCE  Unknown.

ORGANISM Unknown



Unclassified.
REFERENCE 1 (bases 1 to 4550)
AUTHORS Self
JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers

source complement(269..2499)
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

gene 574..1434
/label=AmpR

/note="/created_by=""User"""

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"""
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"



/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGITAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

CDS 2505..2788
/gene=" Transcriptionally inactive DNA sequence (Promoter
filler)"
/SECDrawAs="Gene"
/SECStyleld=1
CDS 2801..3136
/created_by="User"
/label="ECFP"

/codon_start=3

/translation="GEQGRGAVHRGGAHPGRAGRRRKRPQVQRVRRGRGRCHLRQA
DP

EVHLHHRQAARALAHPRDHPDLGRAVLRPLPRPHEAARLLQVRHARRLRPG
AHHLLQG

RRQLQDPRR"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="EC-Ex1"
misc_signal 3135..3142
/label="5" donor"
/SECDrawAs="Gene"

/SECStyleId=1



/SECName="5'D"
misc_feature 3137..3142
/ApEinfo_fwdcolor="#ffff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="Donor\Site"
/SECDrawAs="Info only"
/SECName="Donor\Site"
primer_bind 3137..3145

—

/created_by="primer3"
/%GC="53.8"
/Tm="59.68"
/Hairpin="9.0"
/Primer-Dimer="5.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="AGCAGTCCTTCCCTGAGGTAAGTGTG"
/label="forward primer"
/SECDrawAs="Info only"
/SECName=""forward primer"
primer_bind 3137..3146

—

/created_by="primer3"
/%GC="56.0"
/Tm="58.76"
/Hairpin="9.0"
/Primer-Dimer="4.0"

/Monovalent_Salt Concentration="50.0"

/Divalent_Salt Concentration="0.0"



/DNTP_Concentration="0.0"
/Sequence="CAGTCCTTCCCTGAGGTAAGTGTGC"
/label="forward primer"
/SECDrawAs="Info only"
/SECName=""forward primer"

primer_bind 3137..3153

—

/created_by="primer3"
/annotation_group="135724210982524500090d949a7-e0f7-42d7-b
68e-12577dcea4b5"

/%GC="55.0"

/Tm="58.6"

/Hairpin_Tm="42.5"

/Self Dimer Tm="10.2"
/Sequence="GAGGTAAGTGTGCTCGCTTC"
/label="1st forward primer"
/SECDrawAs="Info only"

/SECName=""1st forward primer"

CDS 3137..3553

/gene="miRNA intron"
/SECDrawAs="Gene"
/SECStyleld=1

primer_bind 3143..3159

—

/created_by="primer3"
/%GC="70.6"
/Tm="56.45"
/Hairpin="5.0"
/Primer-Dimer="5.0"

/Monovalent_Salt Concentration="50.0"

/Divalent_Salt Concentration="0.0"



/DNTP_Concentration="0.0"
/Sequence="GTGCTCGCTTCGGCAGC"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"
misc_feature 3143..3223
/created_by="User"
/label="miR-FF4"
/SECDrawAs="Info only"
/SECName="miR-FF4"
primer_bind 3174..3198

—

/created_by="primer3"
/%GC="40.0"
/Tm="52.67"
/Hairpin="6.0"
/Primer-Dimer="5.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="GAATGAGGCTTCAGTACTTTACAGA"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"
misc_feature 3224..3519
/created_by="User"
/label="miR-FF4"
/SECDrawAs="Info only"
/SECName=""miR-FF4"

misc_feature 3270..3400



/created_by="User"
/label="miR-loop"
/SECDrawAs="Info only"

/SECName="miR-loop"

misc_feature 3276..3394

CDS

CDS

/gene="miR-loop"
/label="miR-loop misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="miR-loop "
3303..3324
/gene="mirS1-BS"
/SECDrawAs="Gene"
/SECStyleld=1
3344..3365
/gene="mirS1"
/SECDrawAs="Gene"

/SECStyleld=1

misc_feature complement(3505..3532)

—

/created_by="primer3"

/%GC="32.1"

/Tm="52.31"

/Hairpin="6.0"

/Primer-Dimer="2.0"

/Monovalent_Salt Concentration="50.0"

/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CACTTTTTTCAATTGTACTAACTTCGAG"

/modified_by="User"



/label="forward primer"
/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"
/SECName="forward primer"
/SECDescr="Geneious type: primer_bind_reverse"
misc_feature 3514..3519
/Recognition_pattern="CANAATTG"
/annotation_group="CAATTG"
/label="Mfel"
/note="Geneious type: restriction site"
/SECDrawAs="Info only"
/SECName="Mfel"
/SECDescr="Geneious type: restriction site"
misc_feature 3520..3527
/ApEinfo_fwdcolor="#00ff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="BranchPoint"
/SECDrawAs="Info only"
/SECName="BranchPoint"
misc_feature complement(3520..3527)
/created_by="User"
/label="primer part"
/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"
/SECName="primer part"
/SECDescr="Geneious type: primer_bind_reverse"
misc_signal  3520..3527

/label="BranchPoint"



/SECDrawAs="Gene"
/SECStyleld=1
/SECName="BP"
misc_feature 3527
/Original_Bases="TAAC"
/label="TAAC"
/note="Geneious type: Editing History Deletion"
/SECDrawAs="Info only"
/SECName="TAAC"
/SECDescr="Geneious type: Editing History Deletion"
misc_feature 3528..3532
/created_by="User"
/label="Xhol part"
/SECDrawAs="Info only"
/SECName="Xhol part"
misc_feature 3533..3548
/ApEinfo_fwdcolor="#ff80c0"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="PolyPyrTract"
/SECDrawAs="Info only"
/SECName="PolyPyrTract"
misc_feature 3533..3548
/gene="PolyPyrTract"
/label="PolyPyrTract misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="PolyPyrTract"

misc_feature 3549..3553



/ApEinfo_fwdcolor="#ffff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="Acceptor\Site"
/SECDrawAs="Info only"
/SECName="Acceptor\Site"
misc_feature complement(3549..3553)

—

/created_by="primer3"
/annotation_group="13572421940353640000646bd98-feb1-491e-8
fb0-a8706067f01d"

/%GC="57.9"

/Tm="59.6"

/Hairpin_Tm="None"

/Self Dimer Tm="None"

/Sequence="TCCCATGTGAAGCCCTGTG"

/label="1st reverse primer"

/note="Geneious type: primer_bind_reverse"

/SECDrawAs="Info only"

/SECName=""1st reverse primer"

/SECDescr="Geneious type: primer_bind_reverse"
misc_signal  3551..3555

/label="3" Acceptor\Site"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="3" Acceptor\Site"

CDS 3554..3934
/created_by="User"

/label="ECFP"



/translation="VKFEGDTLVNRIELKGIDFKEDGNILGHKLEYNAISDNVYITAD

KQKNGIKANFKIRHNIEDGSVQLADHYQQNTPIGDGPVLLPDNHYLSTQSKLS
KDPNE

KRDHMVLLEFVTAAGITLGMDELYK"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="EC-Ex2"
CDS 3946..4395
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"
source 3946..4395

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

source complement(join(4400..4550,1..268))

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""

rep_origin  complement(join(4537..4550,1..442))

/direction=RIGHT



/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

ORIGIN
1 aatattttgt taaaattcgc gttaaatttt tgttaaatca getcattttt taaccaatag

61 gccgaaatcg geaaaatccc ttataaatca aaagaataga ccgagatagg gttgagtgtt
121 gttccagttt ggaacaagag tccactatta aagaacgtgg actccaacgt caaagggega
181 aaaaccgtct atcagggcga tggeccacta cgtgaaccat caccctaatc aagttttttg
241 gggtcgaggt geegtaaage actaaatcgg aaccctaaag ggageccccg atttagaget
301 tgacggggaa agccggegaa cgtggegaga aaggaaggga agaaagegaa aggagegggce
361 gctagggege tggraagtgt ageggtcacg ctgegegtaa ccaccacacc cgecgegcett
421 aatgcgccegc tacagggege gtcaggtggce acttttcggg gaaatgtgeg cggaacccct
481 atttgtttat ttttctaaat acattcaaat atgtatccgc tcatgagaca ataaccctga
541 taaatgcttc aataatattg aaaaaggaag agtatgagta ttcaacattt ccgtgtcgec
601 cttattccct tttttgegge attttgectt cctgtttttg ctcacccaga aacgctggtg
661 aaagtaaaag atgctgaaga tcagttgggt gcacgagtgg gttacatcga actggatctc
721 aacagcggta agatccttga gagttttcge cccgaagaac gttttccaat gatgagceact
781 tttaaagttc tgctatgtgg cgeggtatta tccegtattg acgecgggea agagceaactc
841 ggtcgcegca tacactattc tcagaatgac ttggttgagt actcaccagt cacagaaaag
901 catcttacgg atggcatgac agtaagagaa ttatgcagtg ctgccataac catgagtgat
961 aacactgcgg ccaacttact tctgacaacg atcggaggac cgaaggagct aaccgctttt

1021 ttgcacaaca tgggggatca tgtaactcge cttgatcgtt gggaaccgga getgaatgaa



1081 gccataccaa acgacgageg tgacaccacg atgectgtag caatggcaac aacgttgege
1141 aaactattaa ctggcgaact acttactcta gettcccgge aacaattaat agactggatg
1201 gaggcggata aagttgcagg accacttctg cgeteggecc ttccggetgg ctggtttatt
1261 gctgataaat ctggagecgg tgagegtggg tctcgeggta teattgeage actggggeca
1321 gatggtaagc cctceegtat cgtagttatc tacacgacgg ggagtcagge aactatggat
1381 gaacgaaata gacagatcgc tgagataggt gectcactga ttaagceattg gtaactgtca
1441 gaccaagttt actcatatat actttagatt gatttaaaac ttcattttta atttaaaagg

1501 atctaggtga agatcctttt tgataatctc atgaccaaaa tcccttaacg tgagttttcg

1561 ttccactgag cgtcagaccce cgtagaaaag atcaaaggat cttcttgaga tecttttttt

1621 ctgcgegtaa tetgetgett gcaaacaaaa aaaccaccgce taccageggt ggtttgtttg
1681 ccggatcaag agctaccaac tetttttccg aaggtaactg gettcageag agcgeagata
1741 ccaaatactg tccttctagt gtagccgtag ttaggcecacc acttcaagaa ctctgtagea
1801 ccgectacat acctegcetct getaatectg ttaccagtgg ctgetgecag tggegataag
1861 tcgtgtctta ccgggttgga ctcaagacga tagttaccgg ataaggegca geggteggge
1921 tgaacggggg gttcgtgeac acageccagce ttggagegaa cgacctacac cgaactgaga
1981 tacctacagc gtgagcattg agaaagcgec acgcttcccg aagggagaaa ggeggacagg
2041 tatccggtaa geggeagggt cggaacagga gagegeacga gggagcttce agggggaaac
2101 gcectggtatc tttatagtec tgtcgggttt cgecacctct gacttgageg tcgatttttg

2161 tgatgctcgt caggggggcg gagectatgg aaaaacgceca gcaacgeggc ctttttacgg
2221 ttectggect tttgetggec ttttgetcac atgttettte ctgegttate cectgattet

2281 gtggataacc gtattaccgc ctttgagtga gcetgataccg ctegecgeag ccgaacgace
2341 gagcgceageg agtcagtgag cgaggaageg gaagagegcet geeggeacct gtectacgag
2401 ttgcatgata aagaagacag tcataagtgc ggcgacgata gtcatgeccc gegeccaccg
2461 gaaggagctg actgggttga aggctctcaa gggeatcggt cgacacagcea gagatccagt
2521 ttggttaatg ggcgegectce gacgttgtca ctgaageggg aagggactgg ctgetattgg
2581 gcgaagtgec ggggeaggat ctectgtcat ctcaccttge tectgecgag aaagtatcca
2641 tcatggctga tgcaatgegg cggetgeata cgettgatce ggetacctge ccattcgacc

2701 accaagcgaa acatcgcatc gagcgagcac gtactcggat ggaagecggt cttgtcgatc

2761 aggatgatct ggacgaagag catcaggggg atccgecacc atggtgagea agggegagga



2821 gctgttcacc ggggtggtge ccatectggt cgagetggac ggegacgtaa acggcecacaa
2881 gttcagegtg tccggegagg gegagggega tgecacctac ggeaagetga cectgaagtt
2941 catctgcacc accggceaagc tgecegtgec ctggeecacc ctegtgacca cectgacctg
3001 gggcegtgcag tgettcgecce getaccecga ccacatgaag cageacgact tcttcaagte
3061 cgccatgeec gaaggctacg tccaggageg caccatctte ttcaaggacg acggcaacta
3121 caagacccge gecgaggtaa gtgtgetegce ttcggeagea catatactat gttgaatgag
3181 gcttcagtac tttacagaat cgttgectge acatcttgga aacacttgcet gggattactt

3241 cttcagggac ttcttaaccc aacagaagge tcgagaaggt atattgetgt tgacagtgag
3301 cgceegcteg tttatgtgtt ctaatagtga agccacagat gtattagaac acataaacga
3361 gcgggtgect actgectegg acttcaaggg getagaattc aaggggctac tttaggagca
3421 attatcttgt ttactaaaac tgaatacctt gctatctctt tgatacattt ttacaaagct

3481 gaattaaaat ggtataaatt aaatcacttt tttcaattgt actaacttcg agtcttcttt

3541 ttttttttca caggtgaagt tcgagggega caccctggtg aaccgcatcg agetgaaggg
3601 catcgacttc aaggaggacg gcaacatcct ggggeacaag ctggagtaca acgccatcag
3661 cgacaacgtc tatatcaccg ccgacaagca gaagaacgge atcaaggeca acttcaagat
3721 ccgcecacaac atcgaggacg geagegtgea getcgecgac cactaccage agaacaccce
3781 catcggegac ggeeecgtge tgetgeecga caaccactac ctgagcaccce agtccaaget
3841 gagcaaagac cccaacgaga agcgegatca catggtectg ctggagtteg tgaccgecge
3901 cgggatcact ctcggcatgg acgagctgta caagtaaacc ggteccgeggg actctggggt
3961 tcgaaatgac cgaccaagcg acgcccaacc tgecatcacg agatttcgat tccaccgecg
4021 ccttctatga aaggttgggc ttcggaatcg ttttccggga cgecggetgg atgatcctec
4081 agcgegggga tctcatgetg gagttettcg cccaccctag ggggaggeta actgaaacac
4141 ggaaggagac aataccggaa ggaacccgeg ctatgacgge aataaaaaga cagaataaaa
4201 cgcacggtgt tgggtcgttt gttcataaac geggggttcg gtcccaggge tggeactctg
4261 tcgatacccc accgagacgce cattggggec aatacgeccg cgtttcttee ttttccecac
4321 cccacccecc aagttcgggt gaaggeccag ggetcgeage caacgteggg geggeaggec
4381 ctgccatage ctcagtgeag ggeggeeggg tacctccaag tacctcccgt accttaatat
4441 tacttactta tcatggtagc ttgggctgge gtaatagega agaggeccge accgatcgec

4501 cttceccaaca gttgegeage ctgaatggeg aatggcaaat tgtaagegtt
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pRZ245

LOCUS pRZ245 4443bp DNA circular SYN 22-AUG-2025

DEFINITION

ACCESSION pRZ245

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 4443)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
source 1..409

-1

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source"""
CDS 440..692
/gene="Transcriptionally inactive DNA sequence (Promoter
filler)"
/SECDrawAs="Gene"
/SECStyleld=1
CDS 732..1451
/gene="Sirius"

/SECDrawAs="Gene"

/SECStyleld=1



CDS

CDS

CDS

CDS

1453..1469
/gene="linker"
/SECDrawAs="Gene"
/SECStyleld=1

1476..1503
/gene="miRS1-BS"
/SECDrawAs="Gene"
/SECStyleld=1

1504..1531
/gene="miRS1-BS"
/SECDrawAs="Gene"
/SECStyleld=1

1532..1559
/gene="miRS1-BS"
/SECDrawAs="Gene"

/SECStyleld=1

misc_feature 1602..1635

CDS

CDS

/created_by="User"
/label="50pb_rnd1"
/codon_start=1
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Linker"
1636..1657
/gene="miRS2-BS"
/SECDrawAs="Gene"
/SECStyleld=1
1658..1679

/gene="miRS2-BS"



CDS

CDS

CDS

source

source

/SECDrawAs="Gene"
/SECStyleld=1
1680..1701
/gene="miRS2-BS"
/SECDrawAs="Gene"
/SECStyleld=1
1702..1723
/gene="miRS2-BS"
/SECDrawAs="Gene"
/SECStyleld=1
1754..2203
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"
1754..2212

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

2213..4443

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"

/SECName=""source"



gene complement(3278..4138)
/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"""
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin  join(4270..4443,1..282)
/direction=RIGHT
/label=phage f1 origin of replication

/note="/created_by=""User"""



/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

ORIGIN

1 gatttagtgc tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta

61 gtgggccatc geectgatag acggtttttc geectttgac gttggagtcc acgttcttta
121 atagtggact cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg
181 atttataagg gattttgccg atttcggect attggttaaa aaatgagctg atttaacaaa
241 aatttaacgc gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcagge
301 tgcgcaactg ttgggaaggg cgatcggtge gggectette getattacge cageccaage
361 taccatgata agtaagtaat attaaggtac gggaggtact tggaggtacg cgtacagcag
421 agatccagtt tggttaatgg gegegectcg acgttgtcac tgaageggga agggactgge
481 tgctattggg cgaagtgecg gggraggatc tectgtcatce tcaccttget cctgecgaga
541 aagtatccat catggctgat geaatgcgge ggetgeatac gettgatceg getacctgec
601 cattcgacca ccaagcgaaa catcgcatcg agegageacg tactcggatg gaagecggtc
661 ttgtcgatca ggatgatctg gacgaagagc ataagcettgg getgeaggtc gactctagag
721 gatccgecac catggtgage aagggegagg agcetgttcac cggggtggtg cecatcctgg
781 tcgagctgga cggegacgta aacggecaca ggttcagegt gtecggegag ggegaggges
841 atgccaccta cggcaagcetg accctgaage tcatctgeac caccggceaag ctgecegtge
901 cctggcccac cctegtgacc accctgeaat teggegtget gtgettcgec cgetaccecg
961 accacatgaa gcagcacgac ttcttcaagt ccgecatgec cgaaggctac gtccaggage
1021 gtaccatctt cttcaaggac gacggcaact acaagacccg cgecgaggtg aagttcgagg
1081 gcgacaccct ggtgaaccgc atcgagetga agggcatcga cttcaaggag gacggcaaca

1141 tcctggggea caagetggag tacaacggga taagctcaaa cgtatatatc accgecgaca



1201 agcagaagaa cggcatcaag gcccacttca agatccgeca caacatcgag gacggegges
1261 tgcagctcge cgaccactac cagcagaaca cccccatcgg cgacggecce gtgetgetge
1321 ccgacaacca ctacctgagce gtccagteca agcetgagcaa agaccccaac gagaagegesg
1381 atcacatggt cctgctggag tcegtgaccg ccgecgggat cactctcgge atggacgage
1441 tgtacaagta agctggtatc ggtctgegaa ccggtgeacc cgetegttta tgtgttctaa
1501 tacgcacccg ctegtttatg tgttctaata cgcacccgcet cgtttatgtg ttctaatacg

1561 gatccttgea gteccgggta accggtaatt cgatatcaag ccataggatg gcaagatcct
1621 ggtatcggtc tgegaccgtc tegtttatga gtagaaaccg tctegtttat gagtagaaac
1681 cgtctegttt atgagtagaa accgtctegt ttatgagtag aaactcgage ctctggecac
1741 atcggttcct geegegggac tetggggttc gaaatgaccg accaagegac geccaacctg
1801 ccatcacgag atttcgattc caccgecgcec ttctatgaaa ggttgggcett cggaatcgtt
1861 ttccgggacg ccggetggat gatccteccag cgeggggatc tcatgetgga gttettcgec
1921 caccctaggg ggaggctaac tgaaacacgg aaggagacaa taccggaagg aacccgeget
1981 atgacggcaa taaaaagaca gaataaaacg cacggtgttg ggtcgtttgt tcataaacgc
2041 ggggttcggt cccagggetg geactctgte gataccccac cgagacgeca ttggggecaa
2101 tacgcecgeg tttettectt ttccccacce caccecccaa gttegggtga aggeccaggg
2161 ctcgcageca acgtcgggge ggeaggecct gecatagect caggtatgte gaccgatgec
2221 cttgagagcc ttcaacccag tcagetectt ccggtgggeg cggggeatga ctatcgtcge
2281 cgcacttatg actgtcttct ttatcatgca actcgtagga caggtgeegg cagegetctt
2341 ccgcttecte getcactgac tegetgeget cggtegtteg getgeggega geggtatcag
2401 ctcactcaaa ggcggtaata cggttatcca cagaatcagg ggataacgca ggaaagaaca
2461 tgtgagcaaa aggccagcaa aaggcecagga accgtaaaaa ggecgegttg ctggegtttt
2521 tccataggct ccgecccect gacgageatc acaaaaatcg acgctcaagt cagaggtgge
2581 gaaacccgac aggactataa agataccagg cgtttccecc tggaagetec ctegtgegct
2641 ctectgttee gaccctgeceg cttaccggat acctgtccgce cttteteect tcgggaageg
2701 tggcgcttte tcaatgctca cgetgtaggt atctcagttc ggtgtaggte gttcgeteca

2761 agctgggctg tgtgecacgaa ccceecgtte agececgaccg ctgegectta tceggtaact
2821 atcgtcttga gtccaacccg gtaagacacg acttatcgec actggcagea gecactggta

2881 acaggattag cagagcgagg tatgtaggceg gtgctacaga gttcttgaag tggtggecta
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2941 actacggcta cactagaagg acagtatttg gtatctgege tctgetgaag ccagttacct
3001 tcggaaaaag agttggtagc tcttgatccg gcaaacaaac caccgetggt ageggtggtt
3061 tttttgtttg caagcageag attacgcgcea gaaaaaaagg atctcaagaa gatcctttga
3121 tcttttctac ggggtctgac getcagtgga acgaaaactc acgttaaggg attttggtca
3181 tgagattatc aaaaaggatc ttcacctaga tccttttaaa ttaaaaatga agttttaaat

3241 caatctaaag tatatatgag taaacttggt ctgacagtta ccaatgctta atcagtgagg
3301 cacctatctc agcgatctgt ctatttcgtt catccatagt tgectgactc cecegtegtgt

3361 agataactac gatacgggag ggcttaccat ctggecccag tgctgceaatg ataccgegag
3421 acccacgctc accggctcca gatttatcag caataaacca gecagecgga agggecgage
3481 gcagaagtgg tcctgeaact ttatccgect ccatccagtc tattaattgt tgccgggaag
3541 ctagagtaag tagttcgcca gttaatagtt tgcgcaacgt tgttgecatt getacaggea
3601 tcgtggtgtc acgetegteg tttggtatgg cttcattcag ctccggttcce caacgatcaa
3661 ggcgagttac atgatccccc atgttgtgea aaaaageggt tagctectte ggtecteega
3721 tcgttgtcag aagtaagttg geecgeagtgt tatcactcat ggttatggea geactgceata
3781 attctcttac tgtcatgeca tccgtaagat gettttetgt gactggtgag tactcaacca

3841 agtcattctg agaatagtgt atgcggegac cgagttgetc ttgeccggeg tcaatacggg
3901 ataataccgc gccacatagc agaactttaa aagtgctcat cattggaaaa cgttcttcgg
3961 ggcgaaaact ctcaaggatc ttaccgctgt tgagatccag ttcgatgtaa cccactcgtg
4021 cacccaactg atcttcagca tcttttactt tcaccagegt ttctgggtga gcaaaaacag
4081 gaaggcaaaa tgccgeaaaa aagggaataa gggegacacg gaaatgttga atactcatac
4141 tcttcctttt tcaatattat tgaagcattt atcagggtta ttgtctcatg agcggataca

4201 tatttgaatg tatttagaaa aataaacaaa taggggttcc gcgcacattt ccccgaaaag
4261 tgccacctga cgegecectgt ageggegceat taagegegge gggtgtggtg gttacgegea
4321 gegtgaccgc tacacttgec agegecctag cgeecgcetec tttegcttte tteccttect
4381 ttctegecac gttegeeggce tttececgtc aagetctaaa tegggggcte cctttagggt

4441 tcc



pRZ246
LOCUS pRZ246 4037 bp DNA circular SYN 22-AUG-2025
DEFINITION 2 fragments assembled using overlaps
ACCESSION pRZ246
KEYWORDS
SOURCE  Unknown.

ORGANISM Unknown

Unclassified.

REFERENCE 1 (bases 1 to 4037)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
source 1..408
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source"""
CDS 440..692
/gene=" Transcriptionally inactive DNA sequence (Promoter
filler)"
/SECDrawAs="Gene"
/SECStyleld=1
CDS 707..756
/gene="BDG6-AS"
/SECDrawAs="Gene"
/SECStyleld=1
CDS 769..797



/gene="Canonical V1"
/SECDrawAs="Gene"
/SECStyleld=1
misc_feature 800..804
/ApEinfo_fwdcolor="#ffff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="Acceptor\Site"
/SECDrawAs="Info only"
/SECName="Acceptor\Site"
misc_feature complement(800..804)

—

/created_by="primer3"
/annotation_group="13572421940353640000646bd98-feb1-491e-8
fb0-a8706067f01d"

/%GC="57.9"

/Tm="59.6"

/Hairpin_Tm="None"

/Self Dimer Tm="None"

/Sequence="TCCCATGTGAAGCCCTGTG"

/label="1st reverse primer"

/note="Geneious type: primer_bind_reverse"

/SECDrawAs="Info only"

/SECName=""1st reverse primer"

/SECDescr="Geneious type: primer_bind_reverse"
misc_signal  802..806

/label="3" Acceptor\Site"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="3" Acceptor\Site"



CDS 807..1195
/created_by="User"

/label="ECFP"

/translation="EVRGRHPGEPHRAEGHRLQGGRQHPGAQAGVQRHQRQRLYHR
RQ

AEERHQGQLQDPPQHRGRQRAARRPLPAEHPHRRRPRAAARQPLPEHPVQAE
QRPQRE

ARSHGPAGVRDRRRDHSRHGRAVQVNR"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="EC-Ex2"

misc_feature 1196..1229
/created_by="User"
/label="50pb_rnd1"
/codon_start=1
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="linker"

CDS 1230..1251
/gene="miRS2-BS"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 1252..1273
/gene="miRS2-BS"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 1274..1295

/gene="miRS2-BS"



/SECDrawAs="Gene"
/SECStyleld=1
CDS 1296..1317
/gene="miRS2-BS"
/SECDrawAs="Gene"
/SECStyleld=1
CDS 1348..1797
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"
source 1348..1806

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

source 1807..4037

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

gene complement(2872..3732)
/label=AmpR

man

/note="/created_by=""User



/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"™"
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin  join(3864..4037,1..282)
/direction=RIGHT
/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"

/translation="TRPVAAH"



/SECDrawAs="Gene"
/SECStyleld=1
/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

ORIGIN

1 gatttagtgc tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta

61 gtgggccatc geectgatag acggtttttc geectttgac gttggagtcc acgttcttta
121 atagtggact cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg
181 atttataagg gattttgccg atttcggect attggttaaa aaatgagctg atttaacaaa
241 aatttaacgc gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcagge
301 tgcgcaactg ttgggaaggg cgatcggtge gggectette getattacge cageccaage
361 taccatgata agtaagtaat attaaggtac gggaggtact tggaggtacg cgtacagcag
421 agatccagtt tggttaatgg gegegecteg acgttgtcac tgaageggga agggactgge
481 tgctattggg cgaagtgecg gggeaggatc tectgtcatce tcaccttget cctgecgaga
541 aagtatccat catggctgat gcaatgcgge ggcetgeatac gettgatceg getacctgec
601 cattcgacca ccaagcgaaa catcgcatcg agegageacg tactcggatg gaagecggtc
661 ttgtcgatca ggatgatctg gacgaagage atggegegec gaattcttaa tcttgaacta
721 ttcttccaca ctaactcatc atctctatta catacacggg gatgggggta ctaacttcga
781 gtcttctttt tttttttatc acaggtgaag ttcgagggeg acaccctggt gaaccgeatc
841 gagctgaagg gceatcgactt caaggaggac ggcaacatcc tggggcacaa getggagtac
901 aacgccatca gcgacaacgt ctatatcacc gccgacaage agaagaacgg catcaaggec
961 aacttcaaga tccgccacaa catcgaggac ggcagegtge agetcgecga ccactaccag
1021 cagaacaccc ccatcggcega cggeeccgtg ctgetgeccg acaaccacta cctgageacc
1081 cagtccaagc tgagcaaaga ccccaacgag aagcgcegatc acatggtect getggagttc
1141 gtgaccgeeg ccgggatcac tctcggeatg gacgagetgt acaagtaaac cggtccatag
1201 gatggcaaga tcctggtatc ggtctgegac cgtctegttt atgagtagaa accgtctegt
1261 ttatgagtag aaaccgtctc gtttatgagt agaaaccgtc tcgtttatga gtagaaactc

1321 gagcctctgg ccacatcggt tectgecgeg ggactcetggg gttcgaaatg accgaccaag



1381 cgacgcccaa cctgecatca cgagatttcg attccaccge cgecttctat gaaaggttgg
1441 gcttcggaat cgttttccgg gacgecggct ggatgatect ccagegeggg gatctcatge
1501 tggagttctt cgcccaccct agggggaggce taactgaaac acggaaggag acaataccgg
1561 aaggaacccg cgctatgacg gcaataaaaa gacagaataa aacgcacggt gttgggtegt
1621 ttgttcataa acgcggggtt cggtcccagg getggeactce tgtcgatace ccaccgagac
1681 gccattgggg ccaatacgcc cgegtttctt ccttttccee accccaccec ccaagttegg
1741 gtgaaggccc agggetegea gecaacgtcg gggeggeagg ccctgecata gectcaggta
1801 tgtcgaccga tgeccttgag agecttcaac ccagtcagcet ccttceggtg ggegegggge
1861 atgactatcg tcgccgceact tatgactgtc ttctttatca tgcaactcgt aggacaggtg
1921 ccggcagcegc tettcegctt cetegetcac tgactegetg cgeteggteg tteggetgeg
1981 gcgageggta tcagetcact caaaggeggt aatacggtta tccacagaat caggggataa
2041 cgcaggaaag aacatgtgag caaaaggcca gcaaaaggec aggaaccgta aaaaggecge
2101 gttgetggeg tttttccata ggetecgeee ccctgacgag catcacaaaa atcgacgctce
2161 aagtcagagg tggcgaaacc cgacaggact ataaagatac caggegtttc cccctggaag
2221 cteectegtg cgetetectg ttccgaccct geegcettace ggatacctgt cecgectttct
2281 cccttcggga agegtggegc tttctcaatg ctcacgetgt aggtatctca gtteggtgta
2341 ggtegttcgc tccaagetgg getgtgtgea cgaacccccce gttcageecg accgetgege
2401 cttatccggt aactatcgtc ttgagtccaa cccggtaaga cacgacttat cgecactgge
2461 agcagccact ggtaacagga ttagcagage gaggtatgta ggcggtgeta cagagttctt
2521 gaagtggtgg cctaactacg gctacactag aaggacagta tttggtatct gegetctget
2581 gaagccagtt accttcggaa aaagagttgg tagctcttga tccggcaaac aaaccaccge
2641 tggtagcggt ggtttttttg tttgcaagca geagattacg cgcagaaaaa aaggatctca
2701 agaagatcct ttgatctttt ctacggggtc tgacgctcag tggaacgaaa actcacgtta
2761 agggattttg gtcatgagat tatcaaaaag gatcttcacc tagatccttt taaattaaaa

2821 atgaagtttt aaatcaatct aaagtatata tgagtaaact tggtctgaca gttaccaatg

2881 cttaatcagt gaggcaccta tctcagcgat ctgtctattt cgttcatcca tagttgectg

2941 actccecgte gtgtagataa ctacgatacg ggagggctta ccatctggec ccagtgetge
3001 aatgataccg cgagacccac getcaccggce tccagattta tcagcaataa accagcecage

3061 cggaagggcce gagegeagaa gtggtectge aactttatce gectccatee agtctattaa



/1l

3121 ttgttgcegg gaagctagag taagtagttc gecagttaat agtttgegea acgttgttge
3181 cattgctaca ggcatcgtgg tgtcacgcte gtegtttggt atggcttcat tcagetcegg
3241 ttcccaacga tcaaggegag ttacatgatc ccccatgttg tgcaaaaaag cggttagetc
3301 cttcggtect ccgategttg tcagaagtaa gttggecgcea gtgttatcac tcatggttat
3361 ggcagcactg cataattctc ttactgtcat gccatccgta agatgctttt ctgtgactgg
3421 tgagtactca accaagtcat tctgagaata gtgtatgegg cgaccgagtt getcttgecc
3481 ggcgtcaata cgggataata ccgegecaca tagcagaact ttaaaagtge tcatcattgg
3541 aaaacgttct tcggggcegaa aactctcaag gatcttaccg ctgttgagat ccagttcgat
3601 gtaacccact cgtgcaccca actgatcttc agceatctttt actttcacca gegtttctgg
3661 gtgagcaaaa acaggaaggce aaaatgccgc aaaaaaggga ataagggega cacggaaatg
3721 ttgaatactc atactcttcc tttttcaata ttattgaagc atttatcagg gttattgtct

3781 catgagcgga tacatatttg aatgtattta gaaaaataaa caaatagggg ttccgegeac
3841 atttcceega aaagtgecac ctgacgegec ctgtagegge geattaageg cggegggtgt
3901 ggtggttacg cgcagegtga ccgetacact tgecagegec ctagegeecg ctectttcge
3961 tttctteect tecttteteg ccacgttcge cggetttcee cgtcaagcetc taaatcgggg

4021 gctcecttta gggttec

pRZ247

LOCUS pRZ247 4097 bp DNA circular SYN 02-SEP-2025

DEFINITION

ACCESSION pRZ247

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown

Unclassified.

REFERENCE 1 (bases 1 to 4097)

AUTHORS Self

JOURNAL Unpublished.



COMMENT

Software

FEATURES

source

CDS

SECID/File created by Clone Manager, Scientific & Educational

Location/Qualifiers

1..408
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source"""

440..695
/gene=" Transcriptionally inactive DNA sequence (Promoter
filler)"
/SECDrawAs="Gene"

/SECStyleld=1

misc_feature 701..750

source

/label=BD Reverse Complementary to AFP
/note="color: #3366ff"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="BD5-AS"
/SECDescr="color: #3366ff"

701..750
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"

/SECName=""source

misc_feature 751..762

/label=Intron splice enhancer (ISE)
/note="color: #00ff00"

/SECDrawAs="Gene"



/SECStyleld=1
/SECName="Intron splice enhancer (ISE)"
/SECDescr="color: #00ff00"

source 751..1240

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""
CDS 763..791
/gene="Canonical V1"
/SECDrawAs="Gene"
/SECStyleld=1
misc_feature 792..793
/label=Acc SS
/note="color: #008000"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Acc SS"
/SECDescr="color: #008000"
CDS 794..795
/gene="3" Acceptor\Site"
/label=3" Acceptor\Site
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="3" Acceptor\Site"
/SECDescr="color: #cc0000; direction: RIGHT"
CDS 794..1237

/gene="mK-Ex2"



/label=mK-Ex?2

/note="color: #cc0000"

/translation="GFTWERVTTYEDGGVLTATQDTSLQDGCLIYNVKIRGVNFPSNG

PVMQKKTLGWEASTEMLYPADGGLEGRSDMALKLVGGGHLICNLKTTYRSK
KPAKNLK

MPGVYYVDRRLERIKEADKETYVEQHEVAVARYCDLPSKLGHKLN"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mK2-Ex2"
/SECDescr="color: #cc0000"

source 1241
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="""source"'

CDS 1241..1275
/gene="linker"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 1282..1309
/gene="miRS1-BS"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 1310..1337
/gene="miRS1-BS"
/SECDrawAs="Gene"

/SECStyleld=1



CDS 1338..1365
/gene="miRS1-BS"
/SECDrawAs="Gene"
/SECStyleld=1
CDS 1409..1857
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/note="color: #cc0000; direction: RIGHT"
/translation="ADSGVRNDRPSDAQPAITRFRFHRRLL"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"
source 1409..1866

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

source 1867..4097

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

gene complement(2932..3792)
/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED



Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW""
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGITAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW'""color: #cc0000; direction: LEFT"

rep_origin  join(3924..4097,1..282)
/direction=RIGHT
/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"

/SECDrawAs="Gene"



/SECStyleld=1
/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

ORIGIN

1 gatttagtgc tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta

61 gtgggccatc geectgatag acggtttttc geectttgac gttggagtcc acgttcttta
121 atagtggact cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg
181 atttataagg gattttgccg atttcggect attggttaaa aaatgagctg atttaacaaa
241 aatttaacgc gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcagge
301 tgcgcaactg ttgggaaggg cgatcggtge gggectette getattacge cageccaage
361 taccatgata agtaagtaat attaaggtac gggaggtact tggaggtacg cgtacagcag
421 agatccagtt tggttaatgg gegegectcg acgttgtcac tgaageggga agggactgge
481 tgctattggg cgaagtgecg gggeaggatc tectgtcatce tcaccttget cctgecgaga
541 aagtatccat catggctgat gcaatgcgge ggcetgeatac gettgatceg getacctgec
601 cattcgacca ccaagcgaaa catcgcatcg agegageacg tactcggatg gaagecggtc
661 ttgtcgatca ggatgatctg gacgaagagc atccgaattc ttgeteectce ctccaaatct
721 ctccccttca attaactcca actctcccca cggggatggg ggtactaact tcgagtcttce
781 tttttttttt tagggcttca catgggagag agtcaccaca tacgaagacg ggggegtget
841 gaccgctacc caggacacca gectccagga cggetgecte atctacaacg tcaagatcag
901 aggggtgaac ttcccatcca acggecctgt gatgcagaag aaaacactcg getgggagge
961 ctccaccgag atgetgtacc ccgetgacgg cggectggaa ggcagaageg acatggecct
1021 gaagctcgtg ggegggggece acctgatctg caacttgaag accacataca gatccaagaa
1081 acccgctaag aacctcaaga tgeecggegt ctactatgtg gacagaagac tggaaagaat
1141 caaggaggcc gacaaagaga cctacgtcga geagceacgag gtggetgtgg ccagatactg
1201 cgacctcect agcaaactgg ggcacaaact taattgataa acataggatg gcaagatcct
1261 ggtatcggtc tgcgaaccgg tgcacccgct cgtttatgtg ttctaatacg caccegeteg
1321 tttatgtgtt ctaatacgca cccgetegtt tatgtgttct aatacggatc cttgecagtcc

1381 cgggtaaccg gtaattcgat atcaagccge ggactctggg gttcgaaatg accgaccaag



1441 cgacgcccaa cctgecatca cgagatttcg attccaccge cgecttctat gaaaggitgg
1501 gcttcggaat cgttttccgg gacgecggct ggatgatect ccagegeggg gatctcatge
1561 tggagttctt cgcccaccct agggggagge taactgaaac acggaaggag acaataccgg
1621 aaggaacccg cgctatgacg gcaataaaaa gacagaataa aacgcacggt gttgggtegt
1681 ttgttcataa acgcggggtt cggtcccagg getggeactc tgtcgatace ccaccgagac
1741 gccattgggg ccaatacgcc cgegtttctt ccttttccee accccaccce ccaagttegg
1801 gtgaaggccc agggcetegea gecaacgtcg gggeggeagg ccctgecata gectcaggta
1861 tgtcgaccga tgeecttgag agecttcaac ccagtcagcet ccttecggtg ggegeggggc
1921 atgactatcg tcgecgcact tatgactgtc ttctttatca tgcaactcgt aggacaggtg
1981 ccggcragegce tetteegett cctegceteac tgactegetg cgeteggteg tteggetgeg
2041 gcgagceggta tcagctcact caaaggeggt aatacggtta tccacagaat caggggataa
2101 cgcaggaaag aacatgtgag caaaaggcca gcaaaaggec aggaaccgta aaaaggecge
2161 gttgctggeg tttttccata ggetccgeec ccctgacgag catcacaaaa atcgacgcte
2221 aagtcagagg tggcgaaacc cgacaggact ataaagatac caggegtttc cccctggaag
2281 ctcectegtg cgctetectg ttecgaccct geecgettace ggatacctgt cegectttet
2341 cccttcggga agegtggegc tttctcaatg ctcacgcetgt aggtatctca gttcggtgta
2401 ggtegttcge tccaagetgg getgtgtgea cgaacccccc gttcageceg accgetgegc
2461 cttatccggt aactatcgtc ttgagtccaa cccggtaaga cacgacttat cgecactgge
2521 agcagccact ggtaacagga ttagcagage gaggtatgta ggeggtgeta cagagttctt
2581 gaagtggtgg cctaactacg gctacactag aaggacagta tttggtatct gegetctget
2641 gaagccagtt accttcggaa aaagagttgg tagctcttga tccggceaaac aaaccaccge
2701 tggtagcggt ggtttttttg tttgcaagca geagattacg cgcagaaaaa aaggatctca
2761 agaagatcct ttgatctttt ctacggggtc tgacgctcag tggaacgaaa actcacgtta
2821 agggattttg gtcatgagat tatcaaaaag gatcttcacc tagatccttt taaattaaaa

2881 atgaagtttt aaatcaatct aaagtatata tgagtaaact tggtctgaca gttaccaatg

2941 cttaatcagt gaggcaccta tctcagcgat ctgtctattt cgttcatcca tagttgectg

3001 actccccgte gtgtagataa ctacgatacg ggagggctta ccatctggec ccagtgetge
3061 aatgataccg cgagacccac getcaccggce tccagattta tcagcaataa accagcecage

3121 cggaagggcc gagegeagaa gtggtectge aactttatcc gectccatcee agtctattaa



/1l

3181 ttgttgcegg gaagctagag taagtagttc gecagttaat agtttgegea acgttgttge
3241 cattgctaca ggcatcgtgg tgtcacgcete gtegtttggt atggcettcat tcagetecgg
3301 ttcccaacga tcaaggcgag ttacatgatc ccccatgttg tgcaaaaaag cggttagetc
3361 cttcggtect ccgatcgttg tcagaagtaa gttggecgea gtgttatcac tcatggttat
3421 ggcagcactg cataattctc ttactgtcat gccatccgta agatgctttt ctgtgactgg
3481 tgagtactca accaagtcat tctgagaata gtgtatgegg cgaccgagtt getcttgecc
3541 ggcgtcaata cgggataata ccgegecaca tagcagaact ttaaaagtge tcatcattgg
3601 aaaacgttct tcggggcegaa aactctcaag gatcttaccg ctgttgagat ccagttcgat
3661 gtaacccact cgtgcaccca actgatcttc agcatctttt actttcacca gegtttctgg
3721 gtgagcaaaa acaggaaggce aaaatgccgc aaaaaaggga ataagggega cacggaaatg
3781 ttgaatactc atactcttcc tttttcaata ttattgaagc atttatcagg gttattgtct

3841 catgagcgga tacatatttg aatgtattta gaaaaataaa caaatagggg ttccgegeac
3901 atttcceega aaagtgecac ctgacgegec ctgtagegge geattaageg cggegggtgt
3961 ggtggttacg cgcagegtga ccgctacact tgecagegec ctagegececg ctectttege
4021 tttetteect tecttteteg ccacgttege cggettteec cgtcaagetce taaatcgggg

4081 gctcecttta gggttec

pRZ248

LOCUS pRZ248 4118 bp DNA circular SYN 22-AUG-2025

DEFINITION

ACCESSION pRZ248

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown

Unclassified.

REFERENCE 1 (bases 1 to 4118)

AUTHORS Self

JOURNAL Unpublished.



COMMENT

Software

FEATURES

source

SECID/File created by Clone Manager, Scientific & Educational

Location/Qualifiers
complement(112..530)
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"

/SECName="source

rep_origin  complement(249..704)

#cc0000"

source

gene

/direction=RIGHT

/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:

complement(531..2761)
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

836..1696
/label=AmpR

/note="/created_by=""User"""

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED



Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW""
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGITAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW'""color: #cc0000; direction: LEFT"

CDS 2793..3045
/gene=" Transcriptionally inactive DNA sequence (Promoter
filler)"
/SECDrawAs="Gene"
/SECStyleld=1
primer_bind  3055..3070
/created_by="primer3"

/%GC="57.1"



gene

/Tm="54.93"
/Hairpin="6.0"
/Primer-Dimer="0.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CCATGGTGTCTAAGGGCGAAG"
/modified_by="User"
/label="pLW102-mKkEI-FW"
/SECDrawAs="Info only"
/SECName=""pLW102-mkEI-FW"
3055..3321
/ApEinfo_fwdcolor="cyan"
/ApEinfo_revcolor="green"
/vntifkey=21
/modified_by="User"
/label="mKate-Exon1"
/SECDrawAs="Info only"

/SECName="mKate-Exon1"

misc_signal  3055..3321

/label="mKate-Exon1"
/SECDrawAs="Gene"
/SECStyleld=1

/SECName="mK2-Ex1"

misc_feature complement(3297..3321)

—

/created_by="primer3"
/%GC="48.0"
/Tm="55.13"

/Hairpin="7.0"



/Primer-Dimer="3.0"

/Monovalent_Salt Concentration="50.0"

/Divalent_Salt Concentration="0.0"

/DNTP_Concentration="0.0"

/Sequence="CTTCTTTAAGCAGTCCTTCCCTGAG"

/modified_by="User"

/label="pLW102-mkEI-RV"

/note="Geneious type: primer_bind_reverse"

/SECDrawAs="Info only"

/SECName="pLW102-mkEI-RV"

/SECDescr="Geneious type: primer_bind_reverse"
primer_bind  3305..3330

—

/created_by="primer3"
/%GC="53.8"
/Tm="59.68"
/Hairpin="9.0"
/Primer-Dimer="5.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="AGCAGTCCTTCCCTGAGGTAAGTGTG"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"
primer_bind 3307..3331

—

/created_by="primer3"
/%GC="56.0"
/Tm="58.76"

/Hairpin="9.0"



/Primer-Dimer="4.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CAGTCCTTCCCTGAGGTAAGTGTGC"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"

primer_bind 3319..3338

—

/created_by="primer3"
/annotation_group="135724210982524500090d949a7-e0f7-42d7-b
68e-12577dcea4b5"

/%GC="55.0"

/Tm="58.6"

/Hairpin_Tm="42.5"

/Self Dimer Tm="10.2"
/Sequence="GAGGTAAGTGTGCTCGCTTC"
/label="1st forward primer"
/SECDrawAs="Info only"

/SECName="1st forward primer"

misc_signal  3320..3327

/label="5" donor"
/SECDrawAs="Gene"
/SECStyleld=1

/SECName="5' D"

misc_feature 3322..3327
/ApEinfo_fwdcolor="#ffff00"
/ApEinfo_revcolor="green"

/vntifkey=21



CDS

/label="Donor\Site"
/SECDrawAs="Info only"
/SECName="Donor\Site"
3322..3709
/gene="miRNA intron"
/SECDrawAs="Gene"

/SECStyleld=1

primer_bind 3328..3344

—

/created_by="primer3"

/%GC="70.6"

/Tm="56.45"

/Hairpin="5.0"

/Primer-Dimer="5.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="GTGCTCGCTTCGGCAGC"
/label="forward primer"

/SECDrawAs="Info only"

/SECName="forward primer"

misc_feature 3328..3676

/created_by="User"
/label="miR-FF4"
/SECDrawAs="Info only"

/SECName="miR-FF4"

primer_bind  3359..3383

—

/created_by="primer3"
/%GC="40.0"

/Tm="52.67"



/Hairpin="6.0"
/Primer-Dimer="5.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="GAATGAGGCTTCAGTACTTTACAGA"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"
misc_feature 3449..3557
/created_by="User"
/label="miR-loop"
/SECDrawAs="Info only"
/SECName="miR-loop"
misc_feature 3449..3557
/gene="miR-loop"
/label="miR-loop misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="miR-loop"
misc_feature 3473..3494
/created_by="User"
/label="FF4 s"
/SECDrawAs="Info only"
/SECName="FF4 s"
misc_feature 3473..3494
/gene="FF4 s"
/label="FF4 s misc"

/SECDrawAs="Gene"



/SECStyleld=1
/SECName="mirS2-BS"
misc_feature complement(3514..3535)
/created_by="User"
/label="FF4 as"
/SECDrawAs="Info only"
/SECName="FF4 as"
misc_feature complement(3514..3535)
/gene="FF4 as"
/label="FF4 as misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mirS2"
misc_feature complement(3662..3689)

—

/created_by="primer3"

/%GC="32.1"

/Tm="52.31"

/Hairpin="6.0"

/Primer-Dimer="2.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CACTTTTTTCAATTGTACTAACTTCGAG"
/modified_by="User"

/label="forward primer"

/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"

/SECName="forward primer"

/SECDescr="Geneious type: primer_bind_reverse"



misc_feature 3671..3676
/Recognition_pattern="CANAATTG"
/annotation_group="CAATTG"
/label="Mfel"

/note="Geneious type: restriction site"
/SECDrawAs="Info only"
/SECName="Mfel"

/SECDescr="Geneious type: restriction site"

misc_feature 3677..3684
/ApEinfo_fwdcolor="#00ff00"
/ApEinfo_revcolor="green"

/vntifkey=21
/label="BranchPoint"
/SECDrawAs="Info only"
/SECName="BranchPoint"

misc_feature complement(3677..3684)

/created_by="User"

/label="primer part"

/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"

/SECName="primer part"

/SECDescr="Geneious type: primer_bind_reverse"

misc_signal 3677..3684

/label="BranchPoint"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="BP"

misc_feature 3684

/Original_Bases="TAAC"



/label="TAAC"
/note="Geneious type: Editing History Deletion"
/SECDrawAs="Info only"
/SECName="TAAC"
/SECDescr="Geneious type: Editing History Deletion"
misc_feature 3685..3689
/created_by="User"
/label="Xhol part"
/SECDrawAs="Info only"
/SECName="Xhol part"
misc_feature 3690..3705
/ApEinfo_fwdcolor="#ff80c0"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="PolyPyrTract"
/SECDrawAs="Info only"
/SECName="PolyPyrTract"
misc_feature 3690..3705
/gene="PolyPyrTract"
/label="PolyPyrTract misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="PolyPyrTract"
misc_feature 3706..3709
/ApEinfo_fwdcolor="#ffff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="Acceptor\Site"

/SECDrawAs="Info only"



/SECName="Acceptor\Site"
misc_feature complement(3706..3709)

—

/created_by="primer3"
/annotation_group="13572421940353640000646bd98-feb1-491e-8
fb0-a8706067f01d"

/%GC="57.9"

/Tm="59.6"

/Hairpin_Tm="None"

/Self Dimer Tm="None"

/Sequence="TCCCATGTGAAGCCCTGTG"

/label="1st reverse primer"

/note="Geneious type: primer_bind_reverse"

/SECDrawAs="Info only"

/SECName=""1st reverse primer"

/SECDescr="Geneious type: primer_bind_reverse"
misc_signal  3706..3709

/label="3" Acceptor\Site"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="3" Acceptor\Site"

misc_feature 3710..3711

/label=Acc SS
/note="color: #008000"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Acc SS"
/SECDescr="color: #008000"

source 3710..3719

—n

/organism="synthetic DNA construct"



CDS

CDS

CDS

source

/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="""source""
3712..3713
/gene="3" Acceptor\Site"
/label=3" Acceptor\Site
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="3" Acceptor\Site"
/SECDescr="color: #cc0000; direction: RIGHT"
3720..3769
/gene="BD5-S"
/SECDrawAs="Gene"
/SECStyleld=1
join(3776..4118,1..107)
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/note="color: #cc0000; direction: RIGHT"
/translation="AGLWGSK"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"
join(3776..4118,1..107)

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"

/SECDrawAs="Info only"



/SECName=""source""
ORIGIN
1 ccaatacgcc cgegtttctt ccttttccee accccaccee ccaagttcgg gtgaaggece
61 agggctcgea gecaacgtcg gggeggeagg ccctgecata gectcagtge agggeggecg
121 ggtacctcca agtacctcce gtaccttaat attacttact tatcatggta gettgggetg
181 gcgtaatagc gaagaggccc geaccgatcg cecttcccaa cagttgegea gectgaatgg
241 cgaatggcaa attgtaagcg ttaatatttt gttaaaattc gegttaaatt tttgttaaat
301 cagctcattt tttaaccaat aggccgaaat cggcaaaatc ccttataaat caaaagaata
361 gaccgagata gggttgagtg ttgttccagt ttggaacaag agtccactat taaagaacgt
421 ggactccaac gtcaaagggce gaaaaaccgt ctatcaggge gatggeecac tacgtgaacc
481 atcaccctaa tcaagttttt tggggtcgag gtgecgtaaa geactaaatc ggaaccctaa
541 agggagcccc cgatttagag cttgacgggg aaagecggeg aacgtggega gaaaggaagg
601 gaagaaagcg aaaggagegg gegetaggge getggeaagt gtageggtca cgetgegegt
661 aaccaccaca cccgecgegc ttaatgegec getacaggge gegtcaggtg geactttteg
721 gggaaatgtg cgcggaaccce ctatttgttt atttttctaa atacattcaa atatgtatcc
781 gctcatgaga caataaccct gataaatgct tcaataatat tgaaaaagga agagtatgag
841 tattcaacat ttccgtgteg cccttattec cttttttgeg geattttgec ttectgtttt
901 tgctcaccca gaaacgctgg tgaaagtaaa agatgetgaa gatcagttgg gtgeacgagt
961 gggttacatc gaactggatc tcaacagcgg taagatcctt gagagttttc gecccgaaga
1021 acgttttcca atgatgagca cttttaaagt tctgctatgt ggegeggtat tatcccgtat
1081 tgacgccggg caagagcaac tcggtcgeeg catacactat tctcagaatg acttggttga
1141 gtactcacca gtcacagaaa agcatcttac ggatggeatg acagtaagag aattatgcag
1201 tgctgccata accatgagtg ataacactge ggecaactta cttctgacaa cgatcggagg
1261 accgaaggag ctaaccgctt ttttgcacaa catgggggat catgtaactc gecttgatcg
1321 ttgggaaccg gagctgaatg aagccatacc aaacgacgag cgtgacacca cgatgectgt
1381 agcaatggca acaacgttgc gcaaactatt aactggcgaa ctacttactc tagettcecg
1441 gcaacaatta atagactgga tggaggcgga taaagttgcea ggaccacttc tgegetegge
1501 ccttcecgget ggetggttta ttgetgataa atctggagec ggtgagegtg ggtctegegg

1561 tatcattgca gcactggggce cagatggtaa geectcecgt atcgtagtta tctacacgac



1621 ggggagtcag gcaactatgg atgaacgaaa tagacagatc getgagatag gtgectcact
1681 gattaagcat tggtaactgt cagaccaagt ttactcatat atactttaga ttgatttaaa

1741 acttcatttt taatttaaaa ggatctaggt gaagatcctt tttgataatc tcatgaccaa

1801 aatcccttaa cgtgagtttt cgttccactg agegtcagac cccgtagaaa agatcaaagg
1861 atcttcttga gatccttttt ttctgegegt aatctgetge ttgcaaacaa aaaaaccacc
1921 gctaccagceg gtggtttgtt tgccggatca agagcetacca actctttttc cgaaggtaac
1981 tggcttcagce agagcgceaga taccaaatac tgtecttcta gtgtageegt agttaggeca
2041 ccacttcaag aactctgtag caccgcectac atacctcgcet ctgetaatec tgttaccagt
2101 ggctgetgec agtggegata agtegtgtct taccgggttg gactcaagac gatagttacc

2161 ggataaggcg cageggtcgg getgaacggg gggticgtge acacagecca gettggageg

2221 aacgacctac accgaactga gatacctaca gegtgageat tgagaaageg ccacgcttcc
2281 cgaagggaga aaggceggaca ggtatccggt aageggceagg gtcggaacag gagagcegeac
2341 gagggagctt ccagggggaa acgectggta tetttatagt cctgtegggt ttcgecacct

2401 ctgacttgag cgtcgatttt tgtgatgetc gtcagggggg cggagectat ggaaaaacge
2461 cagcaacgcg gcctttttac ggttectgge cttttgetgg ccttttgete acatgttctt

2521 tecctgegtta tceectgatt ctgtggataa ccgtattacc gectttgagt gagetgatac

2581 cgctecgeege agecgaacga ccgagegeag cgagtcagtg agegaggaag cggaagagesg
2641 ctgecggeac ctgtectacg agttgeatga taaagaagac agtcataagt geggegacga
2701 tagtcatgcc ccgegeccac cggaaggage tgactgggtt gaaggetctc aagggceatcg
2761 gtcgacacag cagagatcca gtttggttaa tgggegegec tcgacgttgt cactgaageg
2821 ggaagggact ggctgctatt gggegaagtg ccggggeagg atctectgte atctcacctt
2881 gctcctgecg agaaagtate catcatggcet gatgeaatge ggeggetgea tacgcettgat
2941 ccggctacct geecattcga ccaccaageg aaacatcgea tcgagegage acgtactegg
3001 atggaagcceg gtcttgtcga tcaggatgat ctggacgaag ageatgecac catggtgtet
3061 aagggcgaag agctgattaa ggagaacatg cacatgaage tgtacatgga gggeaccgtg
3121 aacaaccacc acttcaagtg cacatccgag ggegaaggca agecctacga gggeacccag
3181 accatgagaa tcaaggtggt cgagggeggce ccteteecct tegecettcga catectgget
3241 accagcttca tgtacggcag caaaaccttc atcaaccaca cccagggeat ccccgacttc

3301 tttaagcagt ccttccctga ggtaagtgtg ctegettcgg cageacatat actatgttga



3361 atgaggcttc agtactttac agaatcgttg cctgeacatc ttggaaacac ttgctgggat
3421 tacttcttca ggttaaccca acagaaggct cgagtgetgt tgacagtgag cgecgtcteg
3481 tttatgagta gaaatagtga agccacagat gtatttctac tcataaacga gacggtgect
3541 actgcctcgg agaattcaag gggctacttt aggagcaatt atcttgttta ctaaaactga
3601 ataccttgct atctctttga tacattttta caaagctgaa ttaaaatggt ataaattaaa

3661 tcactttttt caattgtact aacttcgagt cttctttttt tttttcacaa gggcttcact

3721 ggggagagtt ggagtttttt gaaggggaga gatttggagg agggagcaag aattcgeggg
3781 actctggggt tcgaaatgac cgaccaagceg acgcccaacc tgecatcacg agatttcgat
3841 tccaccgecg ccttctatga aaggttgggc ttcggaatcg ttttccggga cgeeggetgg
3901 atgatcctce agegegggga tetcatgetg gagttcttcg cccaccctag ggggaggcta
3961 actgaaacac ggaaggagac aataccggaa ggaacccgeg ctatgacgge aataaaaaga
4021 cagaataaaa cgcacggtgt tgggtcgttt gttcataaac geggggttcg gtcccaggge
4081 tggcactctg tcgatacccc accgagacgce cattgggg

/1l

pRZ249

LOCUS pRZ249 4003bp DNA circular SYN 22-AUG-2025

DEFINITION

ACCESSION pRZ249

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 4003)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers

gene complement(147..1007)



/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"™"
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin ~ 1139..1594
/direction=RIGHT
/label=phage f1 origin of replication

/note="/created_by=""User

/mote="/translation=""TRPVAAH"""



/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

source 1313..1721
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source"""

CDS 1752..2004
/gene=" Transcriptionally inactive DNA sequence (Promoter
filler)"

/SECDrawAs="Gene"
/SECStyleld=1

CDS 2005..2028
/gene="5"UTR"

/SECDrawAs="Gene"
/SECStyleld=1

CDS 2050..2079
/gene="BD9-AS"

/SECDrawAs="Gene"
/SECStyleld=1

misc_feature 2080..2091
/label=Intron splice enhancer (ISE)
/note="color: #00£f00"

/SECDrawAs="Gene"



source

CDS

source

CDS

CDS

/SECStyleld=1
/SECName="Intron splice enhancer (ISE)"
/SECDescr="color: #00ff00"

2080..2121

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""
2092..2120
/gene="Canonical V1"
/SECDrawAs="Gene"
/SECStyleld=1
2122..2624

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="""source"
2128..2431
/gene="GAL-BD-EX2"
/SECDrawAs="Gene"
/SECStyleld=1
2432..2572
/gene="VP16-AD"
/SECDrawAs="Gene"

/SECStyleld=1

misc_feature 2580..2624

/label=Linker 361-400 Kana
/note="color: #{fff00"

/translation="GRQTDGPY SDIEMRI"



/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Linker4"
/SECDescr="color: #ffff00"
CDS 2626..3075
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"
source 2626..3084

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

source join(3085..4003,1..1312)

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"
ORIGIN
1 gggtctgacg ctcagtggaa cgaaaactca cgttaaggga ttttggtcat gagattatca
61 aaaaggatct tcacctagat ccttttaaat taaaaatgaa gttttaaatc aatctaaagt
121 atatatgagt aaacttggtc tgacagttac caatgcttaa tcagtgaggc acctatctca

181 gcgatctgtc tatttcgttc atccatagtt gectgactee cegtegtgta gataactacg

241 atacgggagg gcttaccatc tggecccagt getgeaatga taccgegaga cccacgetca



301 ccggctecag atttatcage aataaaccag ccagecggaa gggecgageg cagaagtggt
361 cctgcaactt tatccgecte catccagtct attaattgtt gccgggaage tagagtaagt

421 agttcgccag ttaatagttt gcgcaacgtt gttgecattg ctacaggeat cgtggtgtca

481 cgctegtegt ttggtatgge ttcattcage tceggtteec aacgatcaag gegagttaca
541 tgatccccca tgttgtgcaa aaaageggtt agetecttcg gtectcegat cgttgtcaga
601 agtaagttgg ccgcagtgtt atcactcatg gttatggcag cactgcataa ttctcttact

661 gtcatgccat ccgtaagatg cttttctgtg actggtgagt actcaaccaa gtcattctga

721 gaatagtgta tgcggegacc gagttgetct tgeccggegt caatacggga taataccgeg
781 ccacatagca gaactttaaa agtgctcatc attggaaaac gttcttcggg gegaaaactc
841 tcaaggatct taccgctgtt gagatccagt tcgatgtaac ccactcgtge acccaactga
901 tcttcagcat cttttacttt caccagcgtt tctgggtgag caaaaacagg aaggcaaaat

961 gccgeaaaaa agggaataag ggegacacgg aaatgttgaa tactcatact cttecttttt
1021 caatattatt gaagcattta tcagggttat tgtctcatga gcggatacat atttgaatgt

1081 atttagaaaa ataaacaaat aggggttccg cgcacatttc cccgaaaagt gecacctgac
1141 gcgcecectgta geggegeatt aagegeggeg getgtggtgg ttacgegeag cgtgaccget
1201 acacttgcca gegecectage geecgetect ttegetttet teecttectt tetegecacg
1261 ttcgceggct tteceegtca agetctaaat cgggggctec ctttagggtt cegatttagt
1321 gctttacggce acctcgacce caaaaaactt gattagggtg atggttcacg tagtgggeca
1381 tcgccectgat agacggtttt tcgeectttg acgttggagt ccacgttctt taatagtgga
1441 ctcttgttcc aaactggaac aacactcaac cctatctcgg tctattcttt tgatttataa

1501 gggattttgc cgatttcgge ctattggtta aaaaatgagc tgatttaaca aaaatttaac
1561 gcgaatttta acaaaatatt aacgcttaca atttgccatt cgccattcag getgegeaac
1621 tgttgggaag ggcgatcggt gegggectct tcgctattac gecageccaa getaccatga
1681 taagtaagta atattaaggt acgggaggta cttggaggta cgcgtacagc agagatccag
1741 tttggttaat gggegegect cgacgttgtc actgaagegg gaagggactg getgetattg
1801 ggcgaagtge cggggeagga tctectgtea tctcaccttg ctectgecga gaaagtatce
1861 atcatggctg atgcaatgeg geggetgeat acgcttgate cggctacctg cccattcgac
1921 caccaagcga aacatcgcat cgagcgagca cgtactcgga tggaagecgg tettgtegat

1981 caggatgatc tggacgaaga gcattggcat tccggtactg ttggtaaacc agcetcttaat



2041 taacgcgcca aatgcaagat tctctaggag aacaaatgge ggggatgggg gtactaactt
2101 cgagtcttct ttttettttt atcacaggte tccgetgact agggeacatce tgacagaagt

2161 ggaatcaagg ctagaaagac tggaacagct atttctactg atttttcctc gagaagacct
2221 tgacatgatt ttgaaaatgg attctttaca ggatataaaa geattgttaa caggattatt

2281 tgtacaagat aatgtgaata aagatgccgt cacagataga ttggcttcag tggagactga
2341 tatgcctcta acattgagac agcatagaat aagtgcgaca tcatcatcgg aagagagtag
2401 taacaaaggt caaagacagt tgactgtatc gtcgacggec cccecgaccg atgtcagect
2461 gggggacgag ctccacttag acggegagga cgtggegatg gegeatgecg acgegctaga
2521 cgatttcgat ctggacatgt tgggggacgg ggattccceg ggteccgggat aatgataaag
2581 gtcgtcagac tgatgggecc tattcggata ttgagatgag gatccgeggg actctggggt
2641 tcgaaatgac cgaccaagcg acgcccaacc tgecatcacg agatttcgat tccaccgecg
2701 ccttctatga aaggttgggce ttcggaatcg ttttccggga cgecggetgg atgatectcc
2761 agcgegggga tetcatgetg gagttettcg cccaccctag ggggaggeta actgaaacac
2821 ggaaggagac aataccggaa ggaacccgeg ctatgacgge aataaaaaga cagaataaaa
2881 cgcacggtgt tgggtegttt gttcataaac geggggticg gtcccaggge tggeactetg
2941 tcgatacccc accgagacgc cattggggec aatacgeccg cgtttettee ttttccecac
3001 cccacccecc aagttcgggt gaaggeccag ggetcgeage caacgteggg geggeaggee
3061 ctgccatage ctcaggtatg tcgaccgatg cccttgagag ccttcaacce agtcagetec
3121 ttceggtggg cgeggggeat gactatcgte gecgeactta tgactgtctt ctttatcatg

3181 caactcgtag gacaggtgee ggeagegctc ttcegettece tegetcactg actegetgeg
3241 ctcggtegtt cggetgegge gageggtatc agetcactca aaggeggtaa tacggttatc
3301 cacagaatca ggggataacg caggaaagaa catgtgagca aaaggccage aaaaggcecag
3361 gaaccgtaaa aaggccgegt tgetggegtt tttccatagg ctecgecccc ctgacgagea
3421 tcacaaaaat cgacgctcaa gtcagaggtg gcgaaacccg acaggactat aaagatacca
3481 ggcgtttcee cctggaagcet cectegtgeg ctetectgtt ccgacectge cgettacegg
3541 atacctgtcc gectttctee cttcgggaag cgtggegctt tctcaatget cacgetgtag

3601 gtatctcagt tcggtgtagg tegttcgcete caagetggge tgtgtgeacg aaccecccgt
3661 tcagccegac cgetgegect tatccggtaa ctatcgtctt gagtccaacc cggtaagaca

3721 cgacttatcg ccactggcag cagccactgg taacaggatt agcagagcega ggtatgtagg



3781 cggtgctaca gagttcttga agtggtggec taactacggce tacactagaa ggacagtatt
3841 tggtatctge getctgetga agecagttac cttcggaaaa agagttggta getcttgatc
3901 cggcaaacaa accaccgctg gtageggtgg tttttttgtt tgcaagcage agattacgeg
3961 cagaaaaaaa ggatctcaag aagatccttt gatcttttct acg

/1l

pRZ250

LOCUS pRZ250 3642bp DNA circular SYN 22-AUG-2025

DEFINITION

ACCESSION pRZ250

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 3642)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers

CDS 172..403
/gene="Transcriptionally inactive DNA sequence (Promoter
filler)"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 425..448
/gene="5" UTR"
/codon_start=2
/SECDrawAs="Gene"

/SECStyleld=1



CDS

CDS

source

CDS

CDS

source

456..464
/gene="KOZAK"
/SECDrawAs="Gene"
/SECStyleld=1

456..598
/gene="GAL-BD-EX1"
/SECDrawAs="Gene"
/SECStyleld=1

456..598

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""
597..604
/gene="5D"
/SECDrawAs="Gene"
/SECStyleld=1
599..648
/gene="ID"
/product="color: #cc0000; direction: RIGHT"
/translation="VSVLASAAHILC"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="ID"
/SECDescr="color: #cc0000; direction: RIGHT"
599..648

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"

/SECDrawAs="Info only"



/SECName=""source"'
CDS 649..678
/gene=" BD9-S"
/SECDrawAs="Gene"
/SECStyleld=1
CDS 685..1134
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"
source 685..1143

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

source 1144..3374

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

gene complement(2209..3069)
/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED



Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW""
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGITAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW'""color: #cc0000; direction: LEFT"

rep_origin  join(3201..3642,1..14)
/direction=RIGHT
/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"

/SECDrawAs="Gene"



/SECStyleld=1
/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

source join(3375..3642,1..115)
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""""
ORIGIN
1 aacgcttaca atttgccatt cgccattcag getgegceaac tgttgggaag ggegatcggt

61 gcgggectct tcgetattac gecageccaa getaccatga taagtaagta atattaaggt

121 acgggaggta cttggaggta cgcgtacage agagatccag tttggttaat gggegegect

181 cgacgttgtc actgaagcegg gaagggactg getgctattg ggegaagtge cggggeagga

241 tctcctgtea tctcaccttg ctectgecga gaaagtatec atcatggetg atgcaatgeg

301 gcggctgeat acgcttgatc cggctacctg cccattcgac caccaagcega aacatcgceat

361 cgagcgagca cgtactcgga tggaagecgg tettgtegat caggatgatc tggacgaaga

421 gcattggcat tccggtactg ttggtaaacc agetcgecac catgaagcta ctgtcttcta

481 tcgaacaagc atgcgatatt tgccgactta aaaagctcaa gtgetccaaa gaaaaaccga

541 agtgcgcecaa gtgtctgaag aacaactggg agtgtcgeta ctctcccaaa accaaaaggt

601 aagtgtgctc gettcggeag cacatatact atgttgaatg aggcttcacc atttgttctg

661 gtagagaatc ttgcatttga attcgcggga ctctggggtt cgaaatgacc gaccaagcga

721 cgcccaacct gecatcacga gatttcgatt ccaccgecgc cttctatgaa aggttggget

781 tcggaatcgt tttccgggac gecggetgga tgatectcca gegeggggat cteatgetgg

841 agttcttcge ccaccctagg gggaggctaa ctgaaacacg gaaggagaca ataccggaag

901 gaacccgegc tatgacggca ataaaaagac agaataaaac geacggigtt gggtegtttg

961 ttcataaacg cggggttcgg tcccagggct ggeactctgt cgatacccca ccgagacgcec

1021 attggggcca atacgcccgc gtttcttect tttccccacce ccacceecca agttegggtg

1081 aaggcccagg getcgeagec aacgtegggg cggeaggecc tgecatagece tcaggtatgt



1141 cgaccgatgc ccttgagagce cttcaaccca gtcagetect tceggtggge geggggeatg
1201 actatcgtcg ccgcacttat gactgtcttc tttatcatge aactcgtagg acaggtgecg
1261 gcagcgctct tcegcttect cgetcactga ctegetgege teggtegtte ggetgeggeg
1321 agcggtatca getcactcaa aggceggtaat acggttatcc acagaatcag gggataacge
1381 aggaaagaac atgtgagcaa aaggccagca aaaggccagg aaccgtaaaa aggecgegtt
1441 gctggcegttt ttccataggce tcegeccccce tgacgageat cacaaaaatc gacgctcaag
1501 tcagaggtgg cgaaacccga caggactata aagataccag gegtttcecc ctggaagctce
1561 cctegtgegce tetectgttc cgaccctgec gettaccgga tacctgtecg cctttetecc
1621 ttcgggaagc gtggegcttt ctcaatgetc acgetgtagg tatctcagtt cggtgtaggt
1681 cgttegctee aagetggget gtgtgeacga accccccgtt cageccgacc getgegectt
1741 atccggtaac tatcgtcttg agtccaacce ggtaagacac gacttatcge cactggeage
1801 agccactggt aacaggatta gcagagcgag gtatgtagge ggtgetacag agttcttgaa
1861 gtggtggect aactacggct acactagaag gacagtattt ggtatctgeg ctctgetgaa
1921 gccagttacc ttcggaaaaa gagttggtag ctcttgatcc ggcaaacaaa ccaccgetgg
1981 tagcggtggt ttttttgttt gcaagcagca gattacgcge agaaaaaaag gatctcaaga
2041 agatcctttg atcttttcta cggggtctga cgetcagtgg aacgaaaact cacgttaagg
2101 gattttggtc atgagattat caaaaaggat cttcacctag atccttttaa attaaaaatg
2161 aagttttaaa tcaatctaaa gtatatatga gtaaacttgg tctgacagtt accaatgett
2221 aatcagtgag gcacctatct cagcgatctg tctatttcgt tcatccatag ttgectgact
2281 cccegtegtg tagataacta cgatacggga gggcttacca tctggeccca gtgetgeaat
2341 gataccgcga gacccacgct caccggetec agatttatca gecaataaacc agecagecgg
2401 aagggccgag cgcagaagtg gtectgeaac tttatccgec tccatccagt ctattaattg
2461 ttgccgggaa getagagtaa gtagttcgec agttaatagt ttgegcaacg ttgttgecat
2521 tgctacaggce atcgtggtgt cacgetegte gtttggtatg gettcattca getceggtte
2581 ccaacgatca aggcgagtta catgatcccc catgttgtge aaaaaagegg ttagetectt
2641 cggtccteeg atcgttgtca gaagtaagtt ggecgeagtg ttatcactca tggttatgge
2701 agcactgcat aattctctta ctgtcatgec atccgtaaga tgettttctg tgactggtga
2761 gtactcaacc aagtcattct gagaatagtg tatgcggega ccgagttget cttgeccgge

2821 gtcaatacgg gataataccg cgccacatag cagaacttta aaagtgctca tcattggaaa



2881 acgttcttcg gggegaaaac tctcaaggat cttaccgcetg ttgagatcca gttcgatgta
2941 acccactcgt gcacccaact gatcttcagc atcttttact ttcaccageg tttctgggtg
3001 agcaaaaaca ggaaggcaaa atgccgceaaa aaagggaata agggegacac ggaaatgttg
3061 aatactcata ctcttccttt ttcaatatta ttgaagcatt tatcagggtt attgtctcat

3121 gagcggatac atatttgaat gtatttagaa aaataaacaa ataggggttc cgcgcacatt
3181 tcceccgaaaa gtgecacctg acgegecctg tageggegea ttaagegegg cgggtgtggt
3241 ggttacgcgce agegtgaccg ctacacttge cagegeccta gegeecgcte ctttegettt
3301 cttcccttec tttctegeca cgttegeegg ctttccccgt caagcetctaa atcgggggct
3361 ccctttaggg ttccgattta gtgetttacg geacctcgac cccaaaaaac ttgattaggg
3421 tgatggttca cgtagtgggce catcgecctg atagacggtt tttcgecectt tgacgttgga
3481 gtccacgttc tttaatagtg gactcttgtt ccaaactgga acaacactca accctatctc
3541 ggtctattct tttgatttat aagggatttt gecgatttcg gectattggt taaaaaatga

3601 gctgatttaa caaaaattta acgcgaattt taacaaaata tt

/1l

pRZ251

LOCUS pRZ251 4222 bp DNA circular SYN 22-AUG-2025

DEFINITION

ACCESSION pRZ251

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 4222)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers

source complement(269..2499)



—n

/organism="synthetic DNA construct"

/mol_type="other DNA"

/SECDrawAs="Info only"

/SECName=""source"
gene 574..1434

/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"™"
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"



CDS 2531..2788
/gene="Transcriptionally inactive DNA sequence (Promoter
filler)"
/SECDrawAs="Gene"
/SECStyleld=1
CDS 2801..3136
/created_by="User"
/label="ECFP"

/codon_start=3

/translation="GEQGRGAVHRGGAHPGRAGRRRKRPQVQRVRRGRGRCHLRQA
DP

EVHLHHRQAARALAHPRDHPDLGRAVLRPLPRPHEAARLLQVRHARRLRPG
AHHLLQG

RRQLQDPRR"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="EC-Ex1"
CDS 3135..3142
/gene="5'D"
/SECDrawAs="Gene"
/SECStyleld=1
misc_feature 3137..3142
/ApEinfo_fwdcolor="#ffff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="Donor\Site"
/SECDrawAs="Info only"

/SECName="Donor\Site"



primer_bind 3137..3145

—

/created_by="primer3"
/%GC="53.8"
/Tm="59.68"
/Hairpin="9.0"
/Primer-Dimer="5.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="AGCAGTCCTTCCCTGAGGTAAGTGTG"
/label="forward primer"
/SECDrawAs="Info only"
/SECName=""forward primer"
primer_bind 3137..3146

—

/created_by="primer3"
/%GC="56.0"
/Tm="58.76"
/Hairpin="9.0"
/Primer-Dimer="4.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CAGTCCTTCCCTGAGGTAAGTGTGC"
/label="forward primer"
/SECDrawAs="Info only"
/SECName=""forward primer"
primer_bind 3137..3153

—

/created_by="primer3"

/annotation_group="135724210982524500090d949a7-e0f7-42d7-b



68e-12577dcea4b5"
/%GC="55.0"
/Tm="58.6"
/Hairpin_Tm="42.5"
/Self Dimer Tm="10.2"
/Sequence="GAGGTAAGTGTGCTCGCTTC"
/label="1st forward primer"
/SECDrawAs="Info only"
/SECName=""1st forward primer"
CDS 3137..3553
/gene="miRNA intron"
/SECDrawAs="Gene"
/SECStyleld=1
primer_bind 3143..3159

—

/created_by="primer3"
/%GC="70.6"
/Tm="56.45"
/Hairpin="5.0"
/Primer-Dimer="5.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="GTGCTCGCTTCGGCAGC"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"
misc_feature 3143..3519

/created_by="User"

/label="miR-FF4"



/SECDrawAs="Info only"
/SECName="miR-FF4"
primer_bind 3174..3198

—

/created_by="primer3"
/%GC="40.0"
/Tm="52.67"
/Hairpin="6.0"
/Primer-Dimer="5.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="GAATGAGGCTTCAGTACTTTACAGA"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"
misc_feature 3270..3400
/created_by="User"
/label="miR-loop"
/SECDrawAs="Info only"
/SECName="miR-loop"
misc_feature 3276..3394

— 1

/gene="miR-loop"

/label="miR-loop misc"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="miR-loop"

/SECDescr="0ptA scaffold version A from Hiroshi (Sharp lab)"
CDS 3303..3324

/gene="mirS1-BS"



/SECDrawAs="Gene"
/SECStyleld=1

CDS 3344..3365
/gene="miRS1"
/SECDrawAs="Gene"
/SECStyleld=1

misc_feature complement(3505..3532)

—

/created_by="primer3"
/%GC="32.1"
/Tm="52.31"
/Hairpin="6.0"
/Primer-Dimer="2.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CACTTTTTTCAATTGTACTAACTTCGAG"
/modified_by="User"
/label="forward primer"
/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"
/SECName="forward primer"
/SECDescr="Geneious type: primer_bind_reverse"
misc_feature 3514..3519
/Recognition_pattern="CANAATTG"
/annotation_group="CAATTG"
/label="Mfel"
/note="Geneious type: restriction site"
/SECDrawAs="Info only"

/SECName="Mfel"



/SECDescr="Geneious type: restriction site"
misc_feature 3520..3527
/ApEinfo_fwdcolor="#00ff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="BranchPoint"
/SECDrawAs="Info only"
/SECName="BranchPoint"
misc_feature complement(3520..3527)
/created_by="User"
/label="primer part"
/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"
/SECName="primer part"
/SECDescr="Geneious type: primer_bind_reverse"
misc_signal  3520..3527
/label="BranchPoint"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="BP"
misc_feature 3527
/Original_Bases="TAAC"
/label="TAAC"
/note="Geneious type: Editing History Deletion"
/SECDrawAs="Info only"
/SECName="TAAC"
/SECDescr="Geneious type: Editing History Deletion"
misc_feature 3528..3532

/created_by="User"



/label="Xhol part"
/SECDrawAs="Info only"
/SECName="Xhol part"
misc_feature 3533..3548
/ApEinfo_fwdcolor="#ff80c0"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="PolyPyrTract"
/SECDrawAs="Info only"
/SECName="PolyPyrTract"
misc_feature 3533..3548
/gene="PolyPyrTract"
/label="PolyPyrTract misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="PolyPyrTract"
misc_feature 3549..3553
/ApEinfo_fwdcolor="#ffff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="Acceptor\Site"
/SECDrawAs="Info only"
/SECName="Acceptor\Site"
misc_feature complement(3549..3553)

—

/created_by="primer3"
/annotation_group="13572421940353640000646bd98-feb1-491e-8
fb0-a8706067f01d"

/%GC="57.9"

/Tm="59.6"



/Hairpin_Tm="None"
/Self Dimer Tm="None"
/Sequence="TCCCATGTGAAGCCCTGTG"
/label="1st reverse primer"
/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"
/SECName=""1st reverse primer"
/SECDescr="Geneious type: primer_bind_reverse"
misc_signal  3551..3555
/label="3" Acceptor\Site"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="3" Acceptor\Site"
CDS 3562..3611
/gene="BD6-S"
/SECDrawAs="Gene"
/SECStyleld=1
CDS 3618..4067
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"
source 3618..4067

—n

/organism="synthetic DNA construct"

/mol_type="other DNA"



/SECDrawAs="Info only"
/SECName=""source"
source complement(join(4072..4222,1..268))
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""
rep_origin  complement(join(4209..4222,1..442))
/direction=RIGHT
/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

ORIGIN
1 aatattttgt taaaattcgc gttaaatttt tgttaaatca gctcattttt taaccaatag
61 gccgaaatcg geaaaatcec ttataaatca aaagaataga ccgagatagg gttgagtgtt
121 gttccagttt ggaacaagag tccactatta aagaacgtgg actccaacgt caaagggega
181 aaaaccgtct atcagggcga tggeccacta cgtgaaccat caccctaatc aagttttttg
241 gggtcgaggt geegtaaage actaaatcgg aaccctaaag ggageccccg atttagaget
301 tgacggggaa agccggegaa cgtggegaga aaggaaggga agaaagegaa aggagegggc
361 gctagggcege tggraagtgt ageggtcacg ctgegegtaa ccaccacacc cgecgegcett
421 aatgcgccegc tacagggege gtcaggtgge acttttcggg gaaatgtgeg cggaacccct

481 atttgtttat ttttctaaat acattcaaat atgtatccgc tcatgagaca ataaccctga



541 taaatgcttc aataatattg aaaaaggaag agtatgagta ttcaacattt ccgtgtcgec

601 cttattccct tttttgegge attttgectt cctgtttttg ctcacccaga aacgctggtg

661 aaagtaaaag atgctgaaga tcagttgggt gcacgagtgg gttacatcga actggatctc
721 aacagcggta agatccttga gagttttcge cccgaagaac gttttccaat gatgagcact

781 tttaaagttc tgctatgtgg cgeggtatta tccegtattg acgecgggea agagcaactc

841 ggtcgecgcea tacactattc tcagaatgac ttggttgagt actcaccagt cacagaaaag
901 catcttacgg atggcatgac agtaagagaa ttatgcagtg ctgccataac catgagtgat
961 aacactgcgg ccaacttact tctgacaacg atcggaggac cgaaggagct aaccgctttt
1021 ttgcacaaca tgggggatca tgtaactcge cttgatcgtt gggaaccgga getgaatgaa
1081 gccataccaa acgacgagcg tgacaccacg atgectgtag caatggeaac aacgttgege
1141 aaactattaa ctggcgaact acttactcta gecttcccgge aacaattaat agactggatg
1201 gaggcggata aagttgcagg accacttctg cgeteggecc ttccggetgg ctggtttatt
1261 gctgataaat ctggagecgg tgagegtggg tctcgeggta tcattgeage actggggeca
1321 gatggtaagc cctceegtat cgtagttatc tacacgacgg ggagtcagge aactatggat
1381 gaacgaaata gacagatcgc tgagataggt gectcactga ttaagcattg gtaactgtca
1441 gaccaagttt actcatatat actttagatt gatttaaaac ttcattttta atttaaaagg

1501 atctaggtga agatcctttt tgataatctc atgaccaaaa tcccttaacg tgagttttcg

1561 ttccactgag cgtcagaccc cgtagaaaag atcaaaggat cttcttgaga tecttttttt

1621 ctgcgegtaa tetgetgett gcaaacaaaa aaaccaccgce taccageggt ggtttgtttg
1681 ccggatcaag agctaccaac tetttttccg aaggtaactg gettcageag agcgeagata
1741 ccaaatactg tccttctagt gtagccgtag ttaggcecacc acttcaagaa ctctgtagea
1801 ccgcectacat acctcgctct getaatectg ttaccagtgg ctgetgecag tggegataag
1861 tcgtgtctta ccgggttgga ctcaagacga tagttaccgg ataaggegca geggteggge
1921 tgaacggggg gttcgtgeac acageccagce ttggagegaa cgacctacac cgaactgaga
1981 tacctacagc gtgagcattg agaaagcgec acgcttcccg aagggagaaa ggeggacagg
2041 tatccggtaa geggeagggt cggaacagga gagegeacga gggagcttce agggggaaac
2101 gcectggtatc tttatagtec tgtcgggttt cgecacctct gacttgageg tegatttttg

2161 tgatgctcgt caggggggcg gagectatgg aaaaacgceca gcaacgeggc ctttttacgg

2221 ttcctggect tttgetggec ttttgetcac atgttettte ctgegttatc cectgattet



2281 gtggataacc gtattaccgc ctttgagtga gcetgataccg ctegecgeag ccgaacgace
2341 gagcgceageg agtcagtgag cgaggaageg gaagagegcet geeggeacct gtectacgag
2401 ttgcatgata aagaagacag tcataagtgc ggcgacgata gtcatgeccc gegeccaccg
2461 gaaggagctg actgggttga aggctctcaa gggeatcggt cgacacagcea gagatccagt
2521 ttggttaatg ggcgegectce gacgttgtca ctgaageggg aagggactgg ctgetattgg
2581 gcgaagtgec ggggeaggat ctectgtcat ctcaccttge tectgecgag aaagtatcca
2641 tcatggctga tgcaatgegg cggetgeata cgettgatce ggetacctge ccattcgacc
2701 accaagcgaa acatcgcatc gagegagcac gtactcggat ggaagecggt cttgtcgatc
2761 aggatgatct ggacgaagag catcaggggg atccgecacc atggtgagea agggegagga
2821 gctgttcacc ggggtggtge ccatcctggt cgagetggac ggegacgtaa acggcecacaa
2881 gttcagegtg tccggegagg gegagggega tgecacctac ggeaagetga cectgaagtt
2941 catctgcacc accggceaagc tgecegtgec ctggeecacc ctegtgacca cectgacctg
3001 gggcgtgcag tgettcgecce getaccecga ccacatgaag cageacgact tcttcaagtce
3061 cgccatgeec gaaggctacg tccaggageg caccatctte ttcaaggacg acggcaacta
3121 caagacccge gecgaggtaa gtgtgetegce ttcggeagea catatactat gttgaatgag
3181 gcttcagtac tttacagaat cgttgectge acatcttgga aacacttgcet gggattactt

3241 cttcagggac ttcttaaccc aacagaagge tcgagaaggt atattgetgt tgacagtgag
3301 cgceegcteg tttatgtgtt ctaatagtga agccacagat gtattagaac acataaacga
3361 gcgggtgect actgectegg acttcaaggg getagaattc aaggggctac tttaggagca
3421 attatcttgt ttactaaaac tgaatacctt gctatctctt tgatacattt ttacaaagct

3481 gaattaaaat ggtataaatt aaatcacttt tttcaattgt actaacttcg agtcttcttt

3541 ttttttttca caggtgaagt atgtatgtaa tagagatgta gagttagtgt ggaagaatag

3601 ttcaagatta agaattcgcg ggactctggg gttcgaaatg accgaccaag cgacgeccaa
3661 cctgccatca cgagatttcg attccaccge cgecttctat gaaaggttgg gettcggaat
3721 cgttttccgg gacgecggct ggatgatect ccagegeggg gatctcatge tggagttctt
3781 cgcccaccct agggggaggc taactgaaac acggaaggag acaataccgg aaggaacccg
3841 cgctatgacg gcaataaaaa gacagaataa aacgcacggt gttgggtcgt ttgttcataa
3901 acgcggggtt cggtcccagg getggeactc tgtcgatace ccaccgagac gecattgggg

3961 ccaatacgcc cgegtttctt ccttttccee accccaccee ccaagttcgg gtgaaggecc



4021 agggctcgea gecaacgteg gggeggeagg cectgecata gectcagtge agggeggecg

4081 ggtacctcca agtacctcec gtaccttaat attacttact tatcatggta gettgggetg
4141 gcgtaatagc gaagaggecc geaccgatcg cccttcccaa cagttgegea gectgaatgg
4201 cgaatggcaa attgtaagcg tt

/1

pRZ266

LOCUS  pRZ266 3864 bp DNA circular SYN 22-AUG-2025

DEFINITION

ACCESSION pRZ266

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 3864)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
CDS 1236..1490
/gene="Transcriptionally inactive DNA sequence (Promoter
filler)"
/SECDrawAs="Gene"
/SECStyleld=1
source 1492

-1

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"

/SECName=""source""



CDS 1495..1524
/gene="BD9-AS"
/SECDrawAs="Gene"
/SECStyleld=1

misc_feature 1525..1536
/label=Intron splice enhancer (ISE)
/note="color: #00£f00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Intron splice enhancer (ISE)"
/SECDescr="color: #00ff00"

source 1525..1565

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""

CDS 1537..1565
/gene="Canonical V1"
/SECDrawAs="Gene"
/SECStyleld=1

misc_signal  1566..1572
/label="3" Acceptor\Site"
/translation="Q"
/codon_start=3
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="'3" Acceptor\Site"

CDS 1566..1951

/created_by="User"



/label="ECFP"

/translation="QVKFEGDTLVNRIELKGIDFKEDGNILGHKLEYNAISDNVYITA

DKQKNGIKANFKIRHNIEDGSVQLADHYQQNTPIGDGPVLLPDNHYLSTQSK
LSKDPN

EKRDHMVLLEFVTAAGITLGMDELYK"
/codon_start=3
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="EC-Ex2"
CDS 1964..2413
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/note="color: #cc0000; direction: RIGHT"
/translation="AGL"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"
source 1964..2413

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"'

source complement(2418..2836)

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"

/SECDrawAs="Info only"



mn

/SECName="source
rep_origin  complement(2555..3010)
/direction=RIGHT
/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

source complement(join(2837..3864,1..1203))
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

gene join(3142..3864,1..138)
/label=AmpR

i

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID



WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"""

/mote="color: #cc0000; direction: LEFT"

/translation="MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAEDQLGARVGY

IELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGRRIHYSQN
DLVE

YSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAFLHNMGD
HVTRL

DRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDWMEAD
KVAGPL

LRSALPAGWFIADKSGAGERGSRGITAALGPDGKPSRIVVIYTTGSQATMDERN
RQIA

EIGASLIKHW"
/SECDrawAs="Gene"
/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

ORIGIN
1 ggtatcattg cagcactggg gccagatggt aagecctecc gtatcgtagt tatctacacg

61 acggggagtc aggcaactat ggatgaacga aatagacaga tcgctgagat aggtgectca



121 ctgattaagc attggtaact gtcagaccaa gtttactcat atatacttta gattgattta

181 aaacttcatt tttaatttaa aaggatctag gtgaagatcc tttttgataa tctcatgacc

241 aaaatccctt aacgtgagtt ttcgttccac tgagegtcag accccgtaga aaagatcaaa
301 ggatcttctt gagatccttt ttttctgege gtaatctget gettgcaaac aaaaaaacca
361 ccgctaccag cggtggtttg tttgecggat caagagctac caactctttt tccgaaggta
421 actggcttca gcagagegea gataccaaat actgtectte tagtgtagec gtagttagge
481 caccacttca agaactctgt agcaccgect acatacctcg ctctgetaat cctgttacca
541 gtggctgetg ccagtggega taagtegtgt cttaccgggt tggactcaag acgatagtta

601 ccggataagg cgcageggtc gggetgaacg gggggttcgt gcacacagec cagettggag

661 cgaacgacct acaccgaact gagataccta cagcgtgage attgagaaag cgecacgctt
721 cccgaaggga gaaaggegga caggtatecg gtaageggea gggtcggaac aggagagege
781 acgagggagc ttccaggggg aaacgcctgg tatctttata gtectgtegg gtttcgecac

841 ctctgacttg agcgtegatt tttgtgatge tcgtcagggg ggeggagect atggaaaaac

901 gccagcaacg cggecttttt acggttcctg gecttttget ggecttttge tcacatgtte

961 tttcctgegt tatccectga ttctgtggat aaccgtatta ccgectttga gtgagetgat

1021 accgctegec geagecgaac gaccgagege agegagtcag tgagegagga ageggaagag
1081 cgctgeegge acctgtecta cgagttgeat gataaagaag acagtcataa gtgeggegac
1141 gatagtcatg ccccgegecc accggaagga getgactggg ttgaaggete tcaagggeat
1201 cgggtcgata cagcagagat ccagtttggt taatgggege gectcgacgt tgtcactgaa
1261 gcgggaaggg actggetgcet attgggegaa gtgeegggge aggatctect gteatctcac
1321 cttgctectg ccgagaaagt atccatcatg getgatgceaa tgeggeggct geatacgcett
1381 gatccggcta cctgeccatt cgaccaccaa gegaaacate geatcgageg ageacgtact
1441 cggatggaag ccggtcttgt cgatcaggat gatctggacg aagagcatca cgccaaatge
1501 aagattctct aggagaacaa atggcgggga tgggggtact aacttcgagt cttetttttt

1561 tttttcacag gtgaagttcg agggcegacac cctggtgaac cgeatcgage tgaagggeat
1621 cgacttcaag gaggacggca acatcctggg gcacaagcetg gagtacaacg ccatcagega
1681 caacgtctat atcaccgcecg acaagcagaa gaacggeatc aaggccaact tcaagatccg
1741 ccacaacatc gaggacggca gegtgeagct cgecgaccac taccagcaga acacceccat

1801 cggcgacggce ccegtgetge tgeeccgacaa ccactacctg ageacccagt ccaagetgag



1861 caaagacccc aacgagaagce gegatcacat ggtectgetg gagttcgtga cecgecgecgg
1921 gatcactctc ggcatggacg agctgtacaa gtaaaccggt ccagegggac tctagggtte
1981 gaaatgaccg accaagcgac geccaacctg ccatcacgag atttcgattc caccgecgcec
2041 ttctatgaaa ggttgggcett cggaatcgtt ttccgggacg ccggetggat gatcctccag
2101 cgecggggatc tcatgetgga gttcttcgec caccctaggg ggaggcetaac tgaaacacgg
2161 aaggagacaa taccggaagg aacccgegcet atgacggcaa taaaaagaca gaataaaacg
2221 cacggtgttg ggtcgtttgt tcataaacgc ggggttcggt cccagggcetg geactctgtce
2281 gataccccac cgagacgcca ttggggecaa tacgeccgeg tttettectt ttecccaccc
2341 caccccccaa gttcgggtga aggeccaggg ctcgeageca acgteggggce ggeaggecct
2401 gccatagcect cagtgcaggg cggecgggta cctccaagta ccteecgtac cttaatatta
2461 cttacttatc atggtagctt gggetggegt aatagcgaag aggeccgeac cgatcgecct
2521 tcccaacagt tgegeagect gaatggegaa tggeaaattg taagcegttaa tattttgtta
2581 aaattcgcgt taaatttttg ttaaatcagc tcatttttta accaataggc cgaaatcgge

2641 aaaatccctt ataaatcaaa agaatagacc gagatagggt tgagtgttgt tccagtttgg
2701 aacaagagtc cactattaaa gaacgtggac tccaacgtca aagggcgaaa aaccgtctat
2761 cagggcgatg geccactacg tgaaccatca ccctaatcaa gttttttggg gtcgaggtge
2821 cgtaaagcac taaatcggaa ccctaaaggg ageccccgat ttagagettg acggggaaag
2881 ccggegaacg tggegagaaa ggaagggaag aaagcgaaag gagegggcege tagggegetg
2941 gcaagtgtag cggtcacgct gegegtaacc accacacccg ccgegcttaa tgegecgceta
3001 cagggcegegt caggtggeac ttttcgggga aatgtgegeg gaacccectat ttgtttattt
3061 ttctaaatac attcaaatat gtatccgctc atgagacaat aaccctgata aatgcttcaa

3121 taatattgaa aaaggaagag tatgagtatt caacatttcc gtgtcgecct tattcccttt

3181 tttgcggcat tttgecttec tgtttttget cacccagaaa cgetggtgaa agtaaaagat

3241 gctgaagatc agttgggtge acgagtgggt tacatcgaac tggatctcaa cageggtaag
3301 atccttgaga gttttcgeec cgaagaacgt tttccaatga tgagcacttt taaagttctg

3361 ctatgtggeg cggtattatc ccgtattgac geecgggeaag agcaactcgg tcgecgeata
3421 cactattctc agaatgactt ggttgagtac tcaccagtca cagaaaagca tcttacggat
3481 ggcatgacag taagagaatt atgcagtgct gecataacca tgagtgataa cactgeggec

3541 aacttacttc tgacaacgat cggaggaccg aaggagctaa ccgctttttt gcacaacatg



3601 ggggatcatg taactcgcct tgatcgttgg gaaccggage tgaatgaage cataccaaac
3661 gacgagcgtg acaccacgat gectgtagcea atggcaacaa cgttgegceaa actattaact
3721 ggcgaactac ttactctage ttcccggceaa caattaatag actggatgga ggeggataaa
3781 gttgcaggac cacttctgeg cteggecectt cecggetgget ggtttattge tgataaatct
3841 ggagcceggtg agegtgggtc tege

//

pRZ270

LOCUS pRZ270 3828 bp DNA circular SYN 22-AUG-2025

DEFINITION

ACCESSION pRZ270

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 3828)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
CDS 774..1031
/gene="Transcriptionally inactive DNA sequence (Promoter
filler)"
/SECDrawAs="Gene"
/SECStyleld=1
source 1038

-1

/organism="synthetic DNA construct"
/mol_type="other DNA"

/SECDrawAs="Info only"



/SECName=""source"
CDS 1044..1379

/created_by="User"

/label="ECFP"

/codon_start=3

/translation="GEQGRGAVHRGGAHPGRAGRRRKRPQVQRVRRGRGRCHLRQA
DP

EVHLHHRQAARALAHPRDHPDLGRAVLRPLPRPHEAARLLQVRHARRLRPG
AHHLLQG

RRQLQDPRR"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="EC-Ex1"
CDS 1378..1386
/gene="5'D"
/SECDrawAs="Gene"
/SECStyleld=1
CDS 1380..1429
/gene="ID"
/product="color: #cc0000; direction: RIGHT"
/translation="VSVLASAAHILC"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="1D"
/SECDescr="color: #cc0000; direction: RIGHT"
source 1380..1429
/organism="synthetic DNA construct"

/mol_type="other DNA"



CDS

CDS

source

source

/SECDrawAs="Info only"
/SECName=""source"'
1430..1459
/gene="BD9-S"
/SECDrawAs="Gene"
/SECStyleld=1
1466..1915
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"
1466..1915

—n

/organism="synthetic DNA construct"

/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="'source""
complement(1920..2338)

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"

mn

/SECName="source

rep_origin  complement(2057..2512)

/direction=RIGHT
/label=phage f1 origin of replication

man

/note="/created_by=""User



/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

source complement(join(2339..3828,1..741))
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

gene 2644..3504
/label=AmpR

i

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"""
/mote="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleId=1



/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGITAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

ORIGIN

1 gtgtagccegt agttaggeca ccacttcaag aactctgtag caccgectac atacctcget

61 ctgctaatcc tgttaccagt ggctgetgec agtggegata agtegtgtct taccgggttg
121 gactcaagac gatagttacc ggataaggcg cageggtegg getgaacggg gggttegtge
181 acacagccca gettggageg aacgacctac accgaactga gatacctaca gegtgageat
241 tgagaaagcg ccacgcttce cgaagggaga aaggeggaca ggtatccggt aageggeagg
301 gtcggaacag gagagcegcac gagggagett ccagggggaa acgectggta tctttatagt
361 cctgtcgggt ttcgecacct ctgacttgag cgtegatttt tgtgatgetce gtcagggggs
421 cggagcctat ggaaaaacgce cagcaacgeg gectttttac ggttectgge cttttgetgg
481 ccttttgcte acatgttctt tcctgegtta tccectgatt ctgtggataa ccgtattacce
541 gcctttgagt gagctgatac cgetcgecge agecgaacga ccgagegeag cgagtcagtg
601 agcgaggaag cggaagagcg ctgeeggeac ctgtectacg agttgeatga taaagaagac
661 agtcataagt gcggegacga tagtcatgec ccgegeccac cggaaggagce tgactgggtt
721 gaaggctctc aagggcatcg ggtcgataca gcagagatcce agtttggtta atgggegege
781 ctcgacgttg tcactgaagc gggaagggac tggetgetat tgggegaagt gecggggeag
841 gatctcctgt catctcacct tgetectgee gagaaagtat ccatcatgge tgatgcaatg
901 cggcggctge atacgcttga tceggctacc tgeccattcg accaccaage gaaacatcge
961 atcgagcgag cacgtactcg gatggaagcc ggtcttgtcg atcaggatga tctggacgaa

1021 gagcatcagg gggatccgec accatggtga gcaagggega ggagetgttc accggggtgg
1081 tgcccatect ggtcgagetg gacggegacg taaacggeca caagttcage gtgtecggeg



1141 agggcgaggg cgatgecacc tacggcaage tgaccctgaa gttcatctge accaccggea
1201 agctgeeegt geectggecc accctegtga ccaccctgac ctggggegtg cagtgetteg
1261 cccgctaccc cgaccacatg aagcageacg acttcttcaa gtecgecatg cccgaaggct
1321 acgtccagga gegcaccatc ttcttcaagg acgacggeaa ctacaagacc cgegecgagg
1381 taagtgtgct cgettcggea geacatatac tatgttgaat gaggcttcac catttgttct

1441 ggtagagaat cttgcatttg aattcgcggg actctggggt tcgaaatgac cgaccaageg
1501 acgcccaacc tgecatcacg agatttcgat tccaccgecg ccttctatga aaggttggge
1561 ttcggaatcg ttttccggga cgeeggetgg atgatcctee agegegggga tetcatgetg
1621 gagttcttcg cccaccctag ggggaggcta actgaaacac ggaaggagac aataccggaa
1681 ggaacccgeg ctatgacgge aataaaaaga cagaataaaa cgeacggtgt tgggtegttt
1741 gttcataaac gcggggticg gtcccaggge tggeactctg tcgataccee accgagacgc
1801 cattggggcc aatacgcccg cgtttcttec ttttccccac cccacceccc aagttegggt
1861 gaaggcccag ggctcgeage caacgtcggg geggeaggec ctgecatage ctcagtgeag
1921 ggeggeeggg tacctccaag tacctcccgt accttaatat tacttactta tcatggtage

1981 ttgggctggce gtaatagcga agaggeccgce accgatcgec ctteccaaca gttgegeage
2041 ctgaatggcg aatggcaaat tgtaagcgtt aatattttgt taaaattcge gttaaatttt

2101 tgttaaatca gctcattttt taaccaatag gccgaaatcg gcaaaatccec ttataaatca

2161 aaagaataga ccgagatagg gttgagtgtt gttccagttt ggaacaagag tccactatta
2221 aagaacgtgg actccaacgt caaagggcega aaaaccgtct atcagggega tggeccacta
2281 cgtgaaccat caccctaatc aagttttttg gggtcgaggt gecgtaaage actaaatcgg
2341 aaccctaaag ggagcccccg atttagagcet tgacggggaa agecggegaa cgtggegaga
2401 aaggaaggga agaaagcgaa aggagegggc getagggegce tggeaagtgt ageggtcacg
2461 ctgegegtaa ccaccacacc cgecgegctt aatgegecge tacagggege gtcaggtggc
2521 acttttcggg gaaatgtgeg cggaacccct atttgtttat ttttctaaat acattcaaat

2581 atgtatccgce tcatgagaca ataaccctga taaatgcttc aataatattg aaaaaggaag
2641 agtatgagta ttcaacattt ccgtgtcgcec cttattcect tttttgegge attttgectt

2701 cctgtttttg ctcacccaga aacgctggtg aaagtaaaag atgctgaaga tcagttgggt
2761 gcacgagtgg gttacatcga actggatctc aacageggta agatccttga gagttttcge

2821 cccgaagaac gttttccaat gatgagcact tttaaagttc tgctatgtgg cgeggtatta



2881 tccegtattg acgccgggea agagcaactc ggtegecgcea tacactattc tcagaatgac
2941 ttggttgagt actcaccagt cacagaaaag catcttacgg atggcatgac agtaagagaa
3001 ttatgcagtg ctgccataac catgagtgat aacactgcgg ccaacttact tctgacaacg
3061 atcggaggac cgaaggagct aaccgctttt ttgcacaaca tgggggatca tgtaactcge
3121 cttgatcgtt gggaaccgga getgaatgaa gecataccaa acgacgageg tgacaccacg
3181 atgcctgtag caatggcaac aacgttgege aaactattaa ctggegaact acttactcta
3241 gcttccegge aacaattaat agactggatg gaggeggata aagttgcagg accacttctg
3301 cgcteggecc ttceggetgg ctggtttatt getgataaat ctggagecgg tgagegtggs
3361 tctcgeggta tcattgcage actggggeca gatggtaage ccteccgtat cgtagttatc
3421 tacacgacgg ggagtcagge aactatggat gaacgaaata gacagatcge tgagataggt
3481 gcectcactga ttaagcattg gtaactgtca gaccaagttt actcatatat actttagatt

3541 gatttaaaac ttcattttta atttaaaagg atctaggtga agatcctttt tgataatctc

3601 atgaccaaaa tcccttaacg tgagttttcg ttccactgag cgtcagaccc cgtagaaaag
3661 atcaaaggat cttcttgaga tccttttttt ctgcgegtaa tctgetgett gcaaacaaaa

3721 aaaccaccgc taccageggt ggtttgtttg ccggatcaag agctaccaac tetttttceg
3781 aaggtaactg gcttcagcag agcgcagata ccaaatactg tccttcta

/1l

pRZ316

LOCUS  pRZ316 3760 bp DNA circular SYN 22-AUG-2025

DEFINITION

ACCESSION pRZ316

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 3760)

AUTHORS Self

JOURNAL Unpublished.



COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
source 1..423
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""
CDS complement(426..675)
/gene=" Transcriptionally inactive DNA sequence (Promoter
filler)"
/codon_start=2
/SECDrawAs="Gene"
/SECStyleld=1
source 678..1014
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""
misc_signal  689..694
/label=KOZAK
/note="/created_by=""User"""
/mote="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="KOZAK"
/SECDescr="/created_by=""User""color: #cc0000; direction: RIGHT"
CDS 698..964

/gene="mK-Ex1"



CDS

CDS

CDS

CDS

/label=mK-Ex1

/note="color: #cc0000; direction: RIGHT"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="mK-Ex1"

/SECDescr="color: #cc0000; direction: RIGHT"
963..970

/gene="5D"

/SECDrawAs="Gene"

/SECStyleld=1
965..1014

/gene="ID"

/product="color: #cc0000; direction: RIGHT"

/translation="VSVLASAAHILC"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="ID"

/SECDescr="color: #cc0000; direction: RIGHT"
1015..1064

/gene="BD6-S"

/SECDrawAs="Gene"

/SECStyleld=1
1071..1520

/gene="HSV1-pA"

/label=HSV1-pA

/label=HSV1-pA CDS

/note="color: #cc0000; direction: RIGHT"

/SECDrawAs="Gene"

/SECStyleld=1



/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"
source 1071..1529

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

source 1530..3760

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

gene complement(2595..3455)
/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"""
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1



/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGITAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin  join(3587..3760,1..282)
/direction=RIGHT
/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

ORIGIN
1 gatttagtgc tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta
61 gtgggccatc geectgatag acggtttttc geectttgac gttggagtce acgttcttta
121 atagtggact cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg
181 atttataagg gattttgccg atttcggect attggttaaa aaatgagctg atttaacaaa
241 aatttaacgc gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcagge
301 tgcgcaactg ttgggaaggg cgatcggtge gggectctte getattacge cageccaage
361 taccatgata agtaagtaat attaaggtac gggaggtact tggaggtacc cggecgecct

421 gcaggcecectg atgetcttcg tccagatcat cctgatcgac aagaccggct tccatcegag



481 tacgtgctcg ctcgatgega tgtttcgett ggtggtcgaa tgggeaggta gecggatcaa
541 gcgtatgcag ccgecgcatt geatcageca tgatggatac tttctcggea ggagcaaggt
601 gagatgacag gagatcctgce ccecggeactt cgeccaatag cagecagtec cttceegctt
661 cagtgacaac gtcgaggege gecagetcge caccatggtg tctaagggeg aagagcetgat
721 taaggagaac atgcacatga agctgtacat ggagggcacc gtgaacaacc accacttcaa
781 gtgcacatcc gagggcegaag gcaageccta cgagggeacc cagaccatga gaatcaaggt
841 ggtcgagggc ggeectctee ccttegectt cgacatcctg getaccaget tcatgtacgg
901 cagcaaaacc ttcatcaacc acacccaggg catccecgac ttctttaage agtecttccce
961 tgaggtaagt gtgctcgctt cggcagcaca tatactatgt tgaatgaggce ttcatgtatg

1021 taatagagat gtagagttag tgtggaagaa tagttcaaga ttaagaattc gcgggactct
1081 ggggttcgaa atgaccgacc aagcgacgcec caacctgeca tcacgagatt tcgattccac
1141 cgcegectte tatgaaaggt tgggettcgg aatcgttttc cgggacgecg getggatgat
1201 cctecagege ggggatctca tgetggagtt cttcgeccac cctaggggga ggctaactga
1261 aacacggaag gagacaatac cggaaggaac ccgegctatg acggcaataa aaagacagaa
1321 taaaacgcac ggtgttgggt cgtttgttca taaacgcggg gttcggtece agggetggea
1381 ctctgtcgat accccaccga gacgcecattg gggecaatac geccgegttt cttectttte
1441 cccaccccac cccccaagtt cgggtgaagg cccagggcte gcagecaacg teggggeggc
1501 aggccctgec atagectcag gtatgtcgac cgatgecctt gagagecttc aacccagtca
1561 gctectteeg gtgggegegg ggeatgacta tegtcgecge acttatgact gtettcttta
1621 tcatgcaact cgtaggacag gtgccggeag cgetctteeg cttectcget cactgacteg
1681 ctgcgctegg tegttcgget geggegageg gtatcagete actcaaagge ggtaatacgg
1741 ttatccacag aatcagggga taacgcagga aagaacatgt gagcaaaagg ccagcaaaag
1801 gccaggaacc gtaaaaaggc cgegttgetg gegtttttee ataggetceg ccceectgac
1861 gagcatcaca aaaatcgacg ctcaagtcag aggtggegaa acccgacagg actataaaga
1921 taccaggcgt ttcccectgg aageteecte gtgegetete ctgttccgac cetgecgcett
1981 accggatacc tgtcegectt tcteecttcg ggaagegtgg cgctttctca atgetcacge
2041 tgtaggtatc tcagttcggt gtaggtcgtt cgetccaage tgggetgtgt gcacgaacce
2101 cccgttcage ccgaccgetg cgecttatee ggtaactate gtcttgagtc caacccggta

2161 agacacgact tatcgccact ggcagcagcec actggtaaca ggattagcag agcgaggtat



/1l

2221 gtaggcggtg ctacagagtt cttgaagtgg tggectaact acggctacac tagaaggaca
2281 gtatttggta tctgegctct getgaageca gttaccttcg gaaaaagagt tggtagcetct
2341 tgatccggea aacaaaccac cgetggtage ggtggttttt ttgtttgcaa gecageagatt
2401 acgcgcagaa aaaaaggatc tcaagaagat cctttgatct tttctacggg gtctgacgct
2461 cagtggaacg aaaactcacg ttaagggatt ttggtcatga gattatcaaa aaggatcttc
2521 acctagatcc ttttaaatta aaaatgaagt tttaaatcaa tctaaagtat atatgagtaa

2581 acttggtctg acagttacca atgcttaatc agtgaggceac ctatctcage gatctgtcta
2641 tttcgttcat ccatagttge ctgactcecc gtegtgtaga taactacgat acgggagggc
2701 ttaccatctg gecccagtge tgeaatgata ccgegagacc cacgctcacc ggetccagat
2761 ttatcagcaa taaaccagcc agccggaagg geegagegea gaagtggtec tgeaacttta
2821 tccgcecteca tecagtctat taattgttge cgggaagceta gagtaagtag ttcgecagtt
2881 aatagtttgc gcaacgttgt tgccattget acaggceatcg tggtgtcacg ctegtegttt
2941 ggtatggctt cattcagctc cggttcccaa cgatcaagge gagttacatg atcccccatg
3001 ttgtgcaaaa aagcggttag ctecttcggt cctecgateg ttgtcagaag taagttggec
3061 gcagtgttat cactcatggt tatggcagca ctgcataatt ctcttactgt catgecatcc
3121 gtaagatgct tttctgtgac tggtgagtac tcaaccaagt cattctgaga atagtgtatg
3181 cggcgaccga gttgetcttg cccggegtea atacgggata ataccgegec acatagcaga
3241 actttaaaag tgctcatcat tggaaaacgt tcttcgggge gaaaactctc aaggatctta
3301 ccgcetgttga gatccagttc gatgtaaccc actcgtgeac ccaactgatc ttcageatct
3361 tttactttca ccagcegtttc tgggtgagca aaaacaggaa ggcaaaatge cgcaaaaaag
3421 ggaataaggg cgacacggaa atgttgaata ctcatactct tcctttttca atattattga
3481 agcatttatc agggttattg tctcatgagc ggatacatat ttgaatgtat ttagaaaaat

3541 aaacaaatag gggttccgeg cacatttcce cgaaaagtge cacctgacge geectgtage
3601 ggcgcattaa gegeggeggg tgtggtggtt acgegeageg tgaccgcetac acttgecage
3661 gccctagege cegetecttt cgctttette ccttecttte tegecacgtt cgecggcttt

3721 ccccgtcaag ctctaaatcg ggggeteect ttagggttec



pRZ317

LOCUS  pRZ317 3973bp DNA circular SYN 22-AUG-2025

DEFINITION

ACCESSION pRZ317

KEYWORDS

SOURCE  Unknown.
ORGANISM Unknown

Unclassified.

REFERENCE 1 (bases 1 to 3973)
AUTHORS Self
JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

COMMENT SECNOTES]
FEATURES Location/Qualifiers
source 1..415
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""
source 410..415
/organism="synthetic DNA construct"
/mol_type="other DNA"
/note="color: #ffffff"
/SECDrawAs="Info only"
/SECName="color""
/SECDescr="color: #ffffff"
CDS complement(418..667)

/gene=" Transcriptionally inactive DNA sequence (Promoter



filler)"
/codon_start=2
/SECDrawAs="Gene"

/SECStyleld=1

misc_feature 682..731

source

CDS

/label=BD Reverse Complementary to AFP
/note="color: #3366ff"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="BD6-AS"
/SECDescr="color: #3366ff"

682..731

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="'source""
713..714
/gene="2mismatches"
/SECDrawAs="Gene"

/SECStyleld=1

misc_feature 732..743

source

/label=Intron splice enhancer (ISE)
/note="color: #00£f00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Intron splice enhancer (ISE)"
/SECDescr="color: #00ff00"

732..1267

—n

/organism="synthetic DNA construct"



/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"'
CDS 744..772
/gene="Canonical V1"
/SECDrawAs="Gene"
/SECStyleld=1
misc_feature 773..774
/label=Acc SS
/note="color: #008000"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Acc SS"
/SECDescr="color: #008000"
CDS 775..776
/gene="3" Acceptor\Site"
/label=3" Acceptor\Site
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="3" Acceptor\Site"
/SECDescr="color: #cc0000; direction: RIGHT"
CDS 775..1218
/gene="mK-Ex2"
/label=mK-Ex2

/note="color: #cc0000"

/translation="GFTWERVTTYEDGGVLTATQDTSLQDGCLIYNVKIRGVNFPSNG



PVMQKKTLGWEASTEMLYPADGGLEGRSDMALKLVGGGHLICNLKTTYRSK
KPAKNLK

MPGVYYVDRRLERIKEADKETYVEQHEVAVARYCDLPSKLGHKLN"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mK-Ex2"
/SECDescr="color: #cc0000"

misc_feature 1223..1278
/label=Linker 361-400 Kana
/note="color: #ffff00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Linker 4"
/SECDescr="color: #ffff00"

source 1268..3973

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

CDS 1279..1728
/gene="HSV1-pA"

/label=HSV1-pA

/label=HSV1-pA CDS

/note="color: #cc0000; direction: RIGHT"
/translation="AGL"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="HSV1-pA"



/SECDescr="color: #cc0000; direction: RIGHT"
gene complement(2808..3668)
/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"™"
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin  join(3800..3973,1..282)
/direction=RIGHT

/label=phage f1 origin of replication



man

/note="/created_by=""User
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

ORIGIN

1 gatttagtgc tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta

61 gtgggccatc geectgatag acggtttttc geectttgac gttggagtcc acgttcttta
121 atagtggact cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg

181 atttataagg gattttgccg atttcggect attggttaaa aaatgagctg atttaacaaa
241 aatttaacgc gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcagge
301 tgcgcaactg ttgggaaggg cgatcggtge gggectette getattacge cageccaage
361 taccatgata agtaagtaat attaaggtac gggaggtact tggaggtacc ctgcaggccc
421 tgatgctctt cgtccagatc atcctgatcg acaagaccgg cttccatceg agtacgtget
481 cgctcgatge gatgtttcge ttggtggicg aatgggeagg tagecggatc aagegtatge
541 agccgecgca ttgeatcage catgatggat actttctcgg caggagcaag gtgagatgac
601 aggagatcct gececcggceac ttcgeccaat agcagecagt ccctteccgce ttcagtgaca
661 acgtcgaggce gegecgaatt cttaatcttg aactattctt ccacactaac tcatcatctc

721 tattacatac acggggatgg gggtactaac ttcgagtctt cttttttttt ttagggcttc

781 acatgggaga gagtcaccac atacgaagac gggggcgtge tgaccgctac ccaggacacc
841 agcctccagg acggcetgect catctacaac gtcaagatca gaggggtgaa cttcecatce
901 aacggccctg tgatgcagaa gaaaacactc ggetgggagg cctccaccga gatgetgtac
961 cccgetgacg geggectgga aggeagaage gacatggecc tgaagetegt gggegggggc
1021 cacctgatct gcaacttgaa gaccacatac agatccaaga aacccgctaa gaacctcaag

1081 atgcccggeg tctactatgt ggacagaaga ctggaaagaa tcaaggagge cgacaaagag



1141 acctacgtcg agcagcacga ggtggetgtg gecagatact gegaccteece tagcaaactg
1201 gggcacaaac ttaattgata aaggtcgtca gactgatggg ccctattcgg atattgagat
1261 gaggatccaa gcttgtaage gggactctag ggttcgaaat gaccgaccaa gegacgecca
1321 acctgccatc acgagatttc gattccaccg ccgecttcta tgaaaggttg ggettcggaa
1381 tegttttccg ggacgeegge tggatgatec tccagegegg ggatctcatg ctggagttct
1441 tcgcccaccc tagggggagg ctaactgaaa cacggaagga gacaataccg gaaggaaccc
1501 gcgctatgac ggcaataaaa agacagaata aaacgcacgg tgttgggtcg tttgttcata
1561 aacgcggggt tcggteccag ggetggeact ctgtcgatac cccaccgaga cgecattggg
1621 gccaatacgc ccgegtttct tecttttcee cacceccaccc cccaagticg ggtgaaggec
1681 cagggctcge agccaacgtc ggggeggeag gecctgecat agectcagcet cgagtatgte
1741 gaccgatgcc cttgagagcc ttcaacccag tcagcetectt ccggtgggeg cggggeatga
1801 ctatcgtcge cgeacttatg actgtcttct ttatcatgca actcgtagga caggtgecgg
1861 cagcgctctt ccgettecte getcactgac tegetgeget cggtegticg getgeggega
1921 gcggtatcag ctcactcaaa ggeggtaata cggttatcca cagaatcagg ggataacgcea
1981 ggaaagaaca tgtgagcaaa aggccagcaa aaggccagga accgtaaaaa ggeegegttg
2041 ctggegtttt tccataggct ccgeccccct gacgageate acaaaaatcg acgctcaagt
2101 cagaggtggc gaaacccgac aggactataa agataccagg cgtttccecc tggaagcetcec
2161 ctegtgegct ctectgttee gaccctgecg cttaccggat acctgteege cttteteect
2221 tcgggaageg tggegcttte tcaatgcetca cgetgtaggt atctcagttc ggtgtaggtc
2281 gttcgeteca agetgggetg tgtgeacgaa ccccecgttc ageccgaccg ctgegectta
2341 tccggtaact atcgtcttga gtccaacccg gtaagacacg acttatcgec actggeagea
2401 gccactggta acaggattag cagagcgagg tatgtaggceg gtgctacaga gttcttgaag
2461 tggtggecta actacggcta cactagaagg acagtatttg gtatctgege tetgetgaag
2521 ccagttacct tcggaaaaag agttggtagc tcttgatccg gcaaacaaac caccgetggt
2581 agcggtggtt tttttgtttg caagcagcag attacgcgea gaaaaaaagg atctcaagaa
2641 gatcctttga tcttttctac ggggtctgac getcagtgga acgaaaactc acgttaaggg
2701 attttggtca tgagattatc aaaaaggatc ttcacctaga tccttttaaa ttaaaaatga

2761 agttttaaat caatctaaag tatatatgag taaacttggt ctgacagtta ccaatgctta

2821 atcagtgagg cacctatctc agcgatctgt ctatttcgtt catccatagt tgectgactc



2881 cccgtegtgt agataactac gatacgggag ggcttaccat ctggecccag tgetgceaatg
2941 ataccgcgag acccacgctc accggeteca gatttatcag caataaacca gecagecgga
3001 agggccgagce geagaagtgg tcctgeaact ttatccgect ccatccagte tattaattgt
3061 tgccgggaag ctagagtaag tagttcgeca gttaatagtt tgegeaacgt tgttgecatt
3121 gctacaggca tcgtggtgte acgetegteg tttggtatgg cttcattcag ctceggttec
3181 caacgatcaa ggcgagttac atgatccccc atgttgtgea aaaaageggt tagetcctte
3241 ggtcctecga tegttgtcag aagtaagttg gecgeagtgt tatcactcat ggttatggea
3301 gcactgcata attctcttac tgtcatgeca tccgtaagat gettttctgt gactggtgag
3361 tactcaacca agtcattctg agaatagtgt atgcggegac cgagttgcete ttgeceggeg
3421 tcaatacggg ataataccgc gccacatagce agaactttaa aagtgctcat cattggaaaa
3481 cgttcttcgg ggegaaaact ctcaaggatc ttaccgetgt tgagatccag ttcgatgtaa
3541 cccactcgtg cacccaactg atcttcagcea tcttttactt tcaccagegt ttctgggtga
3601 gcaaaaacag gaaggcaaaa tgccgceaaaa aagggaataa gggegacacg gaaatgttga
3661 atactcatac tcttcctttt tcaatattat tgaagcattt atcagggtta ttgtctcatg
3721 agcggataca tatttgaatg tatttagaaa aataaacaaa taggggttcc gegeacattt
3781 ccccgaaaag tgecacctga cgegeectgt ageggegeat taagegegge gggtgtggtg
3841 gttacgcgca gegtgaccge tacacttgec agegecctag cgeecgctec tttegettte
3901 ttcccttect ttctegecac gttegeegge tttcceccgte aagetctaaa tegggggctce
3961 cctttagggt tcc

/1

pRZ393
LOCUS  pRZzZ393 4770 bp DNA circular SYN 22-AUG-2025
DEFINITION
ACCESSION pRZ393
KEYWORDS
SOURCE  Unknown.

ORGANISM Unknown

Unclassified.



REFERENCE 1 (bases 1 to 4770)
AUTHORS Self
JOURNAL Unpublished.

COMMENT SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
source 1..409
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source"""
CDS 440..714
/gene=" Transcriptionally inactive DNA sequence (Promoter
filler)"
/SECDrawAs="Gene"
/SECStyleld=1
misc_feature 716..751
/gene="CMVp-TATA"
/SECDrawAs="Region"
/SECStyleld=1
CDS 752..800
/gene="5"UTR"
/SECDrawAs="Gene"
/SECStyleld=1
misc_signal 813..818
/created_by="User"
/label="KOZAK"
/SECDrawAs="Gene"

/SECStyleld=1



/SECName="KOZAK"

primer_bind 822..837

gene

—

/created_by="primer3"

/%GC="57.1"

/Tm="54.93"

/Hairpin="6.0"

/Primer-Dimer="0.0"

/Monovalent_Salt Concentration="50.0"

/Divalent_Salt Concentration="0.0"

/DNTP_Concentration="0.0"

/Sequence="CCATGGTGTCTAAGGGCGAAG"

/modified_by="User"

/label="pLW102-mKkEI-FW"

/SECDrawAs="Info only"

/SECName=""pLW102-mkEI-FW"
822..1088

/ApEinfo_fwdcolor="cyan"

/ApEinfo_revcolor="green"

/vntifkey=21

/modified_by="User"

/label="mKate-Exon1"

/SECDrawAs="Info only"

/SECName="mKate-Exon1"

misc_signal 822..1088

/label="mKate-Exon1"
/SECDrawAs="Gene"
/SECStyleld=1

/SECName="mK2-Ex1"

misc_feature complement(1064..1088)



—

/created_by="primer3"
/%GC="48.0"
/Tm="55.13"
/Hairpin="7.0"
/Primer-Dimer="3.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CTTCTTTAAGCAGTCCTTCCCTGAG"
/modified_by="User"
/label="pLW102-mkEI-RV"
/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"
/SECName="pLW102-mkEI-RV"
/SECDescr="Geneious type: primer_bind_reverse"
primer_bind 1072..1097

—

/created_by="primer3"

/%GC="53.8"

/Tm="59.68"

/Hairpin="9.0"

/Primer-Dimer="5.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="AGCAGTCCTTCCCTGAGGTAAGTGTG"
/label="forward primer"
/SECDrawAs="Info only"

/SECName="forward primer"

primer_bind 1074..1098



—

/created_by="primer3"
/%GC="56.0"
/Tm="58.76"
/Hairpin="9.0"
/Primer-Dimer="4.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CAGTCCTTCCCTGAGGTAAGTGTGC"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"
primer_bind 1086..1105

—

/created_by="primer3"
/annotation_group="135724210982524500090d949a7-e0f7-42d7-b
68e-12577dcea4b5"

/%GC="55.0"

/Tm="58.6"

/Hairpin_Tm="42.5"

/Self Dimer Tm="10.2"
/Sequence="GAGGTAAGTGTGCTCGCTTC"
/label="1st forward primer"
/SECDrawAs="Info only"

/SECName="1st forward primer"

misc_signal 1087..1094
/label="5" donor"

/SECDrawAs="Gene"
/SECStyleld=1

/SECName="5'D"



misc_feature 1089..1094

CDS

/ApEinfo_fwdcolor="#ffff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="Donor\Site"
/SECDrawAs="Info only"
/SECName="Donor\Site"
1089..1476
/gene="miRNA intron"
/SECDrawAs="Gene"

/SECStyleld=1

primer_bind 1095..1111

—

/created_by="primer3"

/%GC="70.6"

/Tm="56.45"

/Hairpin="5.0"

/Primer-Dimer="5.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="GTGCTCGCTTCGGCAGC"
/label="forward primer"

/SECDrawAs="Info only"

/SECName="forward primer"

misc_feature 1095..1443

/created_by="User"
/label="miR-FF4"
/SECDrawAs="Info only"

/SECName="miR-FF4"



primer_bind 1126..1150

—

/created_by="primer3"
/%GC="40.0"
/Tm="52.67"
/Hairpin="6.0"
/Primer-Dimer="5.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="GAATGAGGCTTCAGTACTTTACAGA"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"
misc_feature 1216..1324
/created_by="User"
/label="miR-loop"
/SECDrawAs="Info only"
/SECName="miR-loop"
misc_feature 1216..1324
/gene="miR-loop"
/label="miR-loop misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="miR-loop"
misc_feature 1240..1261
/created_by="User"
/label="FF4 s"
/SECDrawAs="Info only"

/SECName="FF4 s"



misc_feature 1240..1261
/gene="FF4 s"
/label="FF4 s misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mirRS2-BS"
misc_feature complement(1281..1302)
/created_by="User"
/label="FF4 as"
/SECDrawAs="Info only"
/SECName="FF4 as"
misc_feature complement(1281..1302)
/gene="FF4 as"
/label="FF4 as misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="miRS2"
misc_feature complement(1429..1456)

—

/created_by="primer3"

/%GC="32.1"

/Tm="52.31"

/Hairpin="6.0"

/Primer-Dimer="2.0"

/Monovalent_Salt Concentration="50.0"

/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CACTTTTTTCAATTGTACTAACTTCGAG"
/modified_by="User"

/label="forward primer"



/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"
/SECName="forward primer"
/SECDescr="Geneious type: primer_bind_reverse"
misc_feature 1438..1443
/Recognition_pattern="CANAATTG"
/annotation_group="CAATTG"
/label="Mfel"
/note="Geneious type: restriction site"
/SECDrawAs="Info only"
/SECName="Mfel"
/SECDescr="Geneious type: restriction site"
misc_feature 1444..1451
/ApEinfo_fwdcolor="#00ff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="BranchPoint"
/SECDrawAs="Info only"
/SECName="BranchPoint"
misc_feature complement(1444..1451)
/created_by="User"
/label="primer part"
/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"
/SECName="primer part"
/SECDescr="Geneious type: primer_bind_reverse"
misc_signal 1444..1451
/label="BranchPoint"

/SECDrawAs="Gene"



/SECStyleld=1
/SECName="BP"
misc_feature 1451
/Original_Bases="TAAC"
/label="TAAC"
/note="Geneious type: Editing History Deletion"
/SECDrawAs="Info only"
/SECName="TAAC"
/SECDescr="Geneious type: Editing History Deletion"
misc_feature 1452..1456
/created_by="User"
/label="Xhol part"
/SECDrawAs="Info only"
/SECName="Xhol part"
misc_feature 1457..1472
/ApEinfo_fwdcolor="#ff80c0"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="PolyPyrTract"
/SECDrawAs="Info only"
/SECName="PolyPyrTract"
misc_feature 1457..1472
/gene="PolyPyrTract"
/label="PolyPyrTract misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="PolyPyrTract"
misc_feature 1473..1476

/ApEinfo_fwdcolor="#ffff00"



/ApEinfo_revcolor="green"
/vntifkey=21
/label="Acceptor\Site"
/SECDrawAs="Info only"
/SECName="Acceptor\Site"
misc_feature complement(1473..1476)

—

/created_by="primer3"
/annotation_group="13572421940353640000646bd98-feb1-491e-8
fb0-a8706067f01d"

/%GC="57.9"

/Tm="59.6"

/Hairpin_Tm="None"

/Self Dimer Tm="None"
/Sequence="TCCCATGTGAAGCCCTGTG"
/label="1st reverse primer"

/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"

/SECName=""1st reverse primer"
/SECDescr="Geneious type: primer_bind_reverse"

misc_signal 1473..1476
/label="3" Acceptor\Site"
/SECDrawAs="Gene"

/SECStyleld=1
/SECName="3" Acceptor\Site"

misc_feature 1477..1478
/label=Acc SS
/note="color: #008000"
/SECDrawAs="Gene"

/SECStyleld=1



/SECName="Acc SS"
/SECDescr="color: #008000"
source 1477..1926

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""'source""

CDS 1479..1480
/gene="3" Acceptor\Site"

/label=3" Acceptor\Site

/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="3" Acceptor\Site"
/SECDescr="color: #cc0000; direction: RIGHT"

CDS 1479..1922
/gene="mK-Ex2"

/label=mK-Ex2

/note="color: #cc0000"

/translation="GFTWERVTTYEDGGVLTATQDTSLQDGCLIYNVKIRGVNFPSNG

PVMQKKTLGWEASTEMLYPADGGLEGRSDMALKLVGGGHLICNLKTTYRSK
KPAKNLK

MPGVYYVDRRLERIKEADKETYVEQHEVAVARYCDLPSKLGHKLN"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mK-Ex2"

/SECDescr="color: #cc0000"



CDS

CDS

CDS

CDS

source

CDS

1926..1960
/gene="linker"
/SECDrawAs="Gene"
/SECStyleld=1

1967..1994
/gene="miRS1-BS"
/SECDrawAs="Gene"
/SECStyleld=1

1995..2022
/gene="miRS1-BS"
/SECDrawAs="Gene"
/SECStyleld=1

2023..2050
/gene="miRS1-BS"
/SECDrawAs="Gene"
/SECStyleld=1

2081..2251

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="'source""

2081..2530
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/note="color: #cc0000; direction: RIGHT"
/translation="AGLWGSK"
/SECDrawAs="Gene"

/SECStyleld=1



/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"
source 2252..2539

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"'

source 2540..4770

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

gene complement(3605..4465)
/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"""
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1



/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGITAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin  join(4597..4770,1..282)
/direction=RIGHT
/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

ORIGIN
1 gatttagtgc tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta
61 gtgggccatc geectgatag acggtttttc geectttgac gttggagtce acgttcttta
121 atagtggact cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg
181 atttataagg gattttgccg atttcggect attggttaaa aaatgagctg atttaacaaa
241 aatttaacgc gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcagge
301 tgcgcaactg ttgggaaggg cgatcggtge gggectctte getattacge cageccaage
361 taccatgata agtaagtaat attaaggtac gggaggtact tggaggtacg cgtacagcag

421 agatccagtt tggttaatgg gegegecteg acgttgtcac tgaageggga agggactgge



481 tgctattggg cgaagtgecg gggeaggate tectgteatc tcaccttget cctgecgaga
541 aagtatccat catggctgat gcaatgegge ggetgeatac gettgatceg getacctgec
601 cattcgacca ccaagcgaaa catcgcatcg agcgageacg tactcggatg gaagecggtc
661 ttgtcgatca ggatgatctg gacgaagage atcagggect gcaggagacg ctagcaggeg
721 tgtacggtgg gaggtctata taagcagegce gtgegatcta agtaagettg geattccggt

781 actgttggta aaccagctcg gegegecagce tcgecaccat ggtgtctaag ggegaagage
841 tgattaagga gaacatgcac atgaagctgt acatggaggg caccgtgaac aaccaccact
901 tcaagtgcac atccgaggge gaaggcaage cctacgaggg cacccagacc atgagaatca
961 aggtggtcga gggeggecect ctecectteg ccttcgacat cctggetace agettcatgt
1021 acggcagcaa aaccttcatc aaccacaccc agggceatccc cgacttcttt aagcagtect
1081 tccctgaggt aagtgtgcete gettcggeag cacatatact atgttgaatg aggcettcagt
1141 actttacaga atcgttgcct geacatcttg gaaacacttg ctgggattac ttcttcaggt

1201 taacccaaca gaaggctcga gtgctgttga cagtgagege cgtetegttt atgagtagaa
1261 atagtgaagc cacagatgta tttctactca taaacgagac ggtgectact gectcggaga
1321 attcaagggg ctactttagg agcaattatc ttgtttacta aaactgaata ccttgctatc

1381 tctttgatac atttttacaa agctgaatta aaatggtata aattaaatca cttttttcaa

1441 ttgtactaac ttcgagtctt cttttttttt ttcacaaggg cttcacatgg gagagagtca

1501 ccacatacga agacgggggc gtgcetgaccg ctacccagga caccagecte caggacggct
1561 gcctcatcta caacgtcaag atcagagggg tgaacttcec atccaacgge cctgtgatge
1621 agaagaaaac actcggctgg gaggectcca ccgagatget gtaccececget gacggeggec
1681 tggaaggcag aagcgacatg geectgaage tegtgggegg gggecacctg atctgceaact
1741 tgaagaccac atacagatcc aagaaacccg ctaagaacct caagatgcecc ggegtctact
1801 atgtggacag aagactggaa agaatcaagg aggccgacaa agagacctac gtcgageage
1861 acgaggtggc tgtggccaga tactgegacc tccctageaa actgggacac aaacttaatt
1921 gataaacata ggatggcaag atcctggtat cggtctgega accggtgeac cegetegttt
1981 atgtgttcta atacgcaccc getcgtttat gtgttctaat acgcacccge tegtttatgt

2041 gttctaatac ggatccttge agtcccgggt aaccggtaac gegggactct ggggttcgaa
2101 atgaccgacc aagcgacgec caacctgeca tcacgagatt tcgattccac cgeegectte

2161 tatgaaaggt tgggcttcgg aatcgttttc cgggacgeceg getggatgat cctccagege



2221 ggggatctca tgctggagtt cttcgeccac cctaggggga ggctaactga aacacggaag
2281 gagacaatac cggaaggaac ccgcgctatg acggcaataa aaagacagaa taaaacgcac
2341 ggtgttgggt cgtttgtica taaacgcggg gttcggtece agggetggea ctetgtegat
2401 accccaccga gacgccattg gggecaatac geecgegttt cttecttttc cccaccecac
2461 cccccaagtt cgggtgaagg cccagggete geagecaacg tcggggegge aggecctgec
2521 atagcctcag gtatgtcgac cgatgecctt gagagecttc aacccagtca getecttecg
2581 gtgggcegegg ggcatgacta tcgtcgeege acttatgact gtcttcttta tcatgceaact
2641 cgtaggacag gtgccggeag cgcetctteeg cttecteget cactgacteg ctgegetegg
2701 tcgttcggcet geggegageg gtatcagete actcaaagge ggtaatacgg ttatccacag
2761 aatcagggga taacgcagga aagaacatgt gagcaaaagg ccagcaaaag gecaggaacc
2821 gtaaaaaggc cgegttgetg gegtttttce ataggetecg ccceectgac gageatcaca
2881 aaaatcgacg ctcaagtcag aggtggcegaa acccgacagg actataaaga taccaggegt
2941 ttcceectgg aageteecte gtgegetcte ctgttecgac cctgecgett accggatacc
3001 tgtcegectt teteectteg ggaagegtgg cgcetttctca atgetcacge tgtaggtatc

3061 tcagttcggt gtaggtcgtt cgetccaage tgggetgtgt gecacgaacce cccgttcage
3121 ccgaccgcetg cgecttatce ggtaactate gtcttgagtc caacccggta agacacgact
3181 tatcgccact ggeagcagec actggtaaca ggattagcag agegaggtat gtaggeggtg
3241 ctacagagtt cttgaagtgg tggcectaact acggctacac tagaaggaca gtatttggta
3301 tctgegcetct getgaageca gttaccttcg gaaaaagagt tggtagetct tgatccggea
3361 aacaaaccac cgctggtage ggtggttttt ttgtttgcaa gcagcagatt acgcgceagaa
3421 aaaaaggatc tcaagaagat cctttgatct tttctacggg gtctgacgct cagtggaacg
3481 aaaactcacg ttaagggatt ttggtcatga gattatcaaa aaggatcttc acctagatcc
3541 ttttaaatta aaaatgaagt tttaaatcaa tctaaagtat atatgagtaa acttggtctg

3601 acagttacca atgcttaatc agtgaggcac ctatctcagc gatctgtcta tttcgttcat

3661 ccatagttgc ctgactcccc gtegtgtaga taactacgat acgggagggce ttaccatctg
3721 gceecagtge tgcaatgata ccgegagacc cacgctcace ggetccagat ttatcagcaa
3781 taaaccagcc agccggaagg gecgagegea gaagtggtece tgeaacttta tecgecteca
3841 tccagtctat taattgttge cgggaagcta gagtaagtag ttcgecagtt aatagtttge

3901 gcaacgttgt tgccattget acaggceatcg tggtgtcacg ctegtegttt ggtatggett



3961 cattcagctc cggttcccaa cgatcaagge gagttacatg atcccccatg ttgtgcaaaa
4021 aagcggttag ctcctteggt cctecgateg ttgtcagaag taagttggec geagtgttat
4081 cactcatggt tatggcagca ctgcataatt ctcttactgt catgecatcc gtaagatgcet
4141 tttctgtgac tggtgagtac tcaaccaagt cattctgaga atagtgtatg cggegaccga
4201 gttgctcttg cccggegtca atacgggata ataccgcgec acatagceaga actttaaaag
4261 tgctcatcat tggaaaacgt tcttcgggge gaaaactctc aaggatctta ccgetgttga
4321 gatccagttc gatgtaaccc actcgtgeac ccaactgatc ttcagcatct tttactttca

4381 ccagcgtttc tgggtgagea aaaacaggaa ggcaaaatge cgcaaaaaag ggaataaggg
4441 cgacacggaa atgttgaata ctcatactct tcctttttca atattattga agcatttatc

4501 agggttattg tctcatgagc ggatacatat ttgaatgtat ttagaaaaat aaacaaatag
4561 gggttccgeg cacatttcce cgaaaagtge cacctgacge geectgtage ggegeattaa
4621 gegeggeggg tgtggtggtt acgegeageg tgaccgctac acttgecage gecctagege
4681 ccgctecttt cgetttette ccttecttte tegecacgtt cgeeggcettt ccccgtcaag

4741 ctctaaatcg ggggcetecct ttagggttec

/1l

pRZ394

LOCUS pRZ394 4857 bp DNA circular SYN 22-AUG-2025

DEFINITION

ACCESSION pRZ394

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 4857)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers



rep_origin  294..749

#cc0000"

source

CDS

CDS

/direction=RIGHT

/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:

468..876
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source"""

907..1161
/gene=" Transcriptionally inactive DNA sequence (Promoter
filler)"
/SECDrawAs="Gene"
/SECStyleld=1

1162..1202
/gene="5"UTR"
/codon_start=3

/SECDrawAs="Gene"

/SECStyleld=1

misc_signal 1216..1221

/created_by="User"



/label="KOZAK"
/SECDrawAs="Gene"
/SECStyleld=1

/SECName="KOZAK"

primer_bind 1225..1240

gene

—

/created_by="primer3"

/%GC="57.1"

/Tm="54.93"

/Hairpin="6.0"

/Primer-Dimer="0.0"

/Monovalent_Salt Concentration="50.0"

/Divalent_Salt Concentration="0.0"

/DNTP_Concentration="0.0"

/Sequence="CCATGGTGTCTAAGGGCGAAG"

/modified_by="User"

/label="pLW102-mKkEI-FW"

/SECDrawAs="Info only"

/SECName=""pLW102-mkEI-FW"
1225..1491

/ApEinfo_fwdcolor="cyan"

/ApEinfo_revcolor="green"

/vntifkey=21

/modified_by="User"

/label="mKate-Exon1"

/SECDrawAs="Info only"

/SECName="mKate-Exon1"

misc_signal 1225..1491

/label="mKate-Exon1"

/SECDrawAs="Gene"



/SECStyleld=1
/SECName="mK2-Ex1"
misc_feature complement(1467..1491)

—

/created_by="primer3"
/%GC="48.0"
/Tm="55.13"
/Hairpin="7.0"
/Primer-Dimer="3.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CTTCTTTAAGCAGTCCTTCCCTGAG"
/modified_by="User"
/label="pLW102-mkEI-RV"
/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"
/SECName="pLW102-mkEI-RV"
/SECDescr="Geneious type: primer_bind_reverse"
primer_bind 1475..1500

—

/created_by="primer3"

/%GC="53.8"

/Tm="59.68"

/Hairpin="9.0"

/Primer-Dimer="5.0"

/Monovalent_Salt Concentration="50.0"

/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="AGCAGTCCTTCCCTGAGGTAAGTGTG"

/label="forward primer"



/SECDrawAs="Info only"
/SECName="forward primer"
primer_bind 1477..1501

—

/created_by="primer3"
/%GC="56.0"
/Tm="58.76"
/Hairpin="9.0"
/Primer-Dimer="4.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CAGTCCTTCCCTGAGGTAAGTGTGC"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"
primer_bind  1489..1508

—

/created_by="primer3"
/annotation_group="135724210982524500090d949a7-e0f7-42d7-b
68e-12577dcea4b5"

/%GC="55.0"

/Tm="58.6"

/Hairpin_Tm="42.5"

/Self Dimer Tm="10.2"
/Sequence="GAGGTAAGTGTGCTCGCTTC"
/label="1st forward primer"
/SECDrawAs="Info only"

/SECName="1st forward primer"

misc_signal  1490..1497

/label="5" donor"



/SECDrawAs="Gene"
/SECStyleld=1

/SECName="5'D"

misc_feature 1492..1497

CDS

/ApEinfo_fwdcolor="#ffff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="Donor\Site"
/SECDrawAs="Info only"
/SECName="Donor\Site"
1492..1902
/gene="miRNA intron"
/SECDrawAs="Gene"

/SECStyleld=1

primer_bind 1498..1514

—

/created_by="primer3"

/%GC="70.6"

/Tm="56.45"

/Hairpin="5.0"

/Primer-Dimer="5.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="GTGCTCGCTTCGGCAGC"
/label="forward primer"

/SECDrawAs="Info only"

/SECName="forward primer"

misc_feature 1498..1619

/created_by="User"



/label="miR-FF4"

/SECDrawAs="Info only"

/SECName="miR-FF4"
primer_bind 1529..1553

—

/created_by="primer3"
/%GC="40.0"
/Tm="52.67"
/Hairpin="6.0"
/Primer-Dimer="5.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="GAATGAGGCTTCAGTACTTTACAGA"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"
misc_feature 1619
/created_by="User"
/label="miR-loop"
/SECDrawAs="Info only"
/SECName="miR-loop"
misc_feature 1620..1749
/created_by="User"
/label="miR-loop"
/SECDrawAs="Info only"
/SECName=""miR-loop"
misc_feature 1620..1868
/created_by="User"

/label="miR-FF4"



/SECDrawAs="Info only"

/SECName=""miR-FF4"

misc_feature 1625..1743

CDS

CDS

— 1

/gene="miR-loop"
/label="miR-loop misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="miR-loop"
1652..1673
/gene="miRS1-BS"
/SECDrawAs="Gene"
/SECStyleld=1
1693..1714
/gene="miRS1"
/SECDrawAs="Gene"

/SECStyleld=1

misc_feature complement(1854..1881)

—

/created_by="primer3"

/%GC="32.1"

/Tm="52.31"

/Hairpin="6.0"

/Primer-Dimer="2.0"

/Monovalent_Salt Concentration="50.0"

/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CACTTTTTTCAATTGTACTAACTTCGAG"
/modified_by="User"

/label="forward primer"

/note="Geneious type: primer_bind_reverse"



/SECDrawAs="Info only"
/SECName="forward primer"
/SECDescr="Geneious type: primer_bind_reverse"
misc_feature 1863..1868
/Recognition_pattern="CANAATTG"
/annotation_group="CAATTG"
/label="Mfel"
/note="Geneious type: restriction site"
/SECDrawAs="Info only"
/SECName="Mfel"
/SECDescr="Geneious type: restriction site"
misc_feature 1869..1876
/ApEinfo_fwdcolor="#00ff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="BranchPoint"
/SECDrawAs="Info only"
/SECName="BranchPoint"
misc_feature complement(1869..1876)
/created_by="User"
/label="primer part"
/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"
/SECName="primer part"
/SECDescr="Geneious type: primer_bind_reverse"
misc_signal 1869..1876
/label="BranchPoint"
/SECDrawAs="Gene"

/SECStyleld=1



/SECName="BP"
misc_feature 1876
/Original_Bases="TAAC"
/label="TAAC"
/note="Geneious type: Editing History Deletion"
/SECDrawAs="Info only"
/SECName="TAAC"
/SECDescr="Geneious type: Editing History Deletion"
misc_feature 1877..1881
/created_by="User"
/label="Xhol part"
/SECDrawAs="Info only"
/SECName="Xhol part"
misc_feature 1882..1897
/ApEinfo_fwdcolor="#ff80c0"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="PolyPyrTract"
/SECDrawAs="Info only"
/SECName="PolyPyrTract"
misc_feature 1882..1897
/gene="PolyPyrTract"
/label="PolyPyrTract misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="PolyPyrTract"
misc_feature 1898..1902
/ApEinfo_fwdcolor="#ffff00"

/ApEinfo_revcolor="green"



/vntifkey=21
/label="Acceptor\Site"
/SECDrawAs="Info only"
/SECName="Acceptor\Site"
misc_signal  1898..1902
/label="3" Acceptor\Site"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="3" Acceptor\Site"
misc_feature complement(1898..1916)

—

/created_by="primer3"
/annotation_group="13572421940353640000646bd98-feb1-491e-8
fb0-a8706067f01d"

/%GC="57.9"

/Tm="59.6"

/Hairpin_Tm="None"

/Self Dimer Tm="None"
/Sequence="TCCCATGTGAAGCCCTGTG"
/label="1st reverse primer"

/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"

/SECName="1st reverse primer"
/SECDescr="Geneious type: primer_bind_reverse"

gene 1903..2343
/ApEinfo_label="mKate"
/ApEinfo_fwdcolor="cyan"
/ApEinfo_revcolor="green"

/vntifkey=21

/modified_by="User"



/label="mKate-Exon2"

/SECDrawAs="Info only"

/SECName="mKate-Exon2"
misc_signal 1903..2343

/label="mKate-Exon2"

/translation="GFTWERVTTYEDGGVLTATQDTSLQDGCLIYNVKIRGVNFPSNG

PVMQKKTLGWEASTEMLYPADGGLEGRSDMALKLVGGGHLICNLKTTYRSK
KPAKNLK

MPGVYYVDRRLERIKEADKETYVEQHEVAVARYCDLPSKLGHKLN"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="mK2-Ex2"

CDS 2353..2456
/gene="PEST"
/SECDrawAs="Gene"
/SECStyleld=1

misc_feature 2483..2516
/created_by="User"
/label="50pb_rnd1"
/codon_start=1
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="linker"

CDS 2517..2538
/gene="miRS2-BS"
/SECDrawAs="Gene"

/SECStyleld=1



CDS

CDS

CDS

2539..2560
/gene="miRS2-BS"
/SECDrawAs="Gene"
/SECStyleld=1

2561..2582
/gene="miRS2-BS"
/SECDrawAs="Gene"
/SECStyleld=1

2583..2604
/gene="miRS2-BS"
/SECDrawAs="Gene"

/SECStyleld=1

misc_feature 2611..2633

source

CDS

/created_by="User"
/label="linker"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="linker"
2635..2809

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""

2635..3084
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/note="color: #cc0000; direction: RIGHT"

/translation="AGLWGSK"



/SECDrawAs="Gene"

/SECStyleld=1

/SECName="HSV1-pA"

/SECDescr="color: #cc0000; direction: RIGHT"
source 2810..3093

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"'

source join(3094..4857,1..467)

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

gene complement(join(4159..4857,1..162))
/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"""

/mote="color: #cc0000; direction: LEFT"



/translation="MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAEDQLGARVGY

IELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGRRIHYSQN
DLVE

YSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAFLHNMGD
HVTRL

DRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDWMEAD
KVAGPL

LRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATMDERN
RQIA

EIGASLIKHW"
/SECDrawAs="Gene"
/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGITAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW'""color: #cc0000; direction: LEFT"

ORIGIN
1 gatcttaccg ctgttgagat ccagttcgat gtaacccact cgtgeaccca actgatcttc
61 agcatctttt actttcacca gcegtttctgg gtgagcaaaa acaggaagge aaaatgecge
121 aaaaaaggga ataagggcga cacggaaatg ttgaatactc atactcttec tttttcaata
181 ttattgaagc atttatcagg gttattgtct catgagcgga tacatatttg aatgtattta

241 gaaaaataaa caaatagggg ttccgegceac atttccccga aaagtgecac ctgacgegec



301 ctgtagcggc geattaageg cggegggtgt ggtggttacg cgeagegtga ccgctacact
361 tgccagegcec ctagegeecg ctectttegce tttetteect tecttteteg ccacgttege

421 cggctttcee cgtcaagete taaatcgggg getcecttta gggttecgat ttagtgettt

481 acggcacctc gaccccaaaa aacttgatta gggtgatggt tcacgtagtg ggecatcgec
541 ctgatagacg gtttttcgec ctttgacgtt ggagtccacg ttctttaata gtggactctt

601 gttccaaact ggaacaacac tcaaccctat ctcggtctat tcttttgatt tataagggat

661 tttgccgatt tcggectatt ggttaaaaaa tgagctgatt taacaaaaat ttaacgcgaa

721 ttttaacaaa atattaacgc ttacaatttg ccattcgcca ttcaggetge gcaactgttg

781 ggaagggcga tcggtgeggg cctetteget attacgcecag cccaagetac catgataagt
841 aagtaatatt aaggtacggg aggtacttgg aggtacgcgt acagcagaga tccagtttgg
901 ttaatgggcg cgectegacg ttgtcactga agegggaagg gactggetge tattgggega
961 agtgccgggg caggatctec tgtcatctca ccttgetect gecgagaaag tatccatcat
1021 ggctgatgca atgeggeggce tgeatacgct tgatccgget acctgeccat tcgaccacca
1081 agcgaaacat cgcatcgagc gagcacgtac tcggatggaa gecggtcttg tcgatcagga
1141 tgatctggac gaagagcatc atgcgatcta agtaagcettg geattccggt actgttggta
1201 aaccagctcc agctcgecac catggtgtct aagggegaag agetgattaa ggagaacatg
1261 cacatgaagc tgtacatgga gggcaccgtg aacaaccacc acttcaagtg cacatccgag
1321 ggcgaaggcea agecctacga gggeacccag accatgagaa tcaaggtggt cgagggegge
1381 cctcteccct tegecttega catcctgget accagettca tgtacggeag caaaaccttc
1441 atcaaccaca cccagggcat ccccgacttc tttaagcagt ccttcectga ggtaagtgtg
1501 ctcgcttcgg cageacatat actatgttga atgaggcettc agtactttac agaatcgttg
1561 cctgcacatc ttggaaacac ttgctgggat tacttcttca ggttaaccca acagaaggct
1621 cgagaaggta tattgctgtt gacagtgage geccgetegt ttatgtgttc taatagtgaa
1681 gccacagatg tattagaaca cataaacgag cgggtgecta ctgectcgga cttcaagggg
1741 ctagaattca aggggctact ttaggagcaa ttatcttgtt tactaaaact gaataccttg
1801 ctatctcttt gatacatttt tacaaagctg aattaaaatg gtataaatta aatcactttt

1861 ttcaattgta ctaacttcga gtcttctttt tttttttcac agggcttcac atgggagaga

1921 gtcaccacat acgaagacgg gggegtgetg accgcetacce aggacaccag cctccaggac

1981 ggctgcectca tctacaacgt caagatcaga ggggtgaact tcccatccaa cggecctgtg



2041 atgcagaaga aaacactcgg ctgggaggcc tccaccgaga tgetatacce cgetgacggc
2101 ggcctggaag geagaagega catggecctg aagetcgtgg gegggggeca cctgatctge
2161 aacttgaaga ccacatacag atccaagaaa cccgctaaga acctcaagat geceggegte
2221 tactatgtgg acagaagact ggaaagaatc aaggaggcecg acaaagagac ctacgtcgag
2281 cagcacgagg tggctgtgge cagatactge gacctececta gecaaactggg geacaaactt
2341 aatttaatta agagccatgg cttcccgecg geggtggegg cgeaggatga tggeacgetg
2401 cccatgtctt gtgcccagga gagegggatg gaccgtcacc ctgeagectg tgettetget
2461 aggatcaatg tgtaggctag cacataggat ggcaagatcc tggtatcggt ctgegaccgt
2521 ctecgtttatg agtagaaacc gtctcgttta tgagtagaaa ccgtctcgtt tatgagtaga

2581 aaccgtctcg tttatgagta gaaactcgag cctctggeca catcggttec tgecgeggga
2641 ctctggggtt cgaaatgacc gaccaagcga cgeccaacct gecatcacga gatttcgatt
2701 ccaccgecgc cttctatgaa aggttggget tcggaatcegt tttccgggac geeggetgga
2761 tgatcctcca gegeggggat ctcatgetgg agttettcge ccaccctagg gggaggctaa
2821 ctgaaacacg gaaggagaca ataccggaag gaacccgegc tatgacggcea ataaaaagac
2881 agaataaaac gcacggtgtt gggtcgtttg ttcataaacg cggggticgg tcccagggcet
2941 ggcactctgt cgatacccca ccgagacgec attggggeca atacgeccge gtttettect
3001 tttccecacc ccacceecca agttcgggtg aaggeccagg getcgeagec aacgtegggsg
3061 cggcaggcecec tgecatagec tcaggtatgt cgaccgatge ccttgagage cttcaaccca
3121 gtcagctect tccggtggge geggggeatg actatcgteg ccgeacttat gactgtctte
3181 tttatcatgc aactcgtagg acaggtgeeg geagegctct tcegettect cgetcactga
3241 ctegetgegce teggtegtte ggetgeggeg ageggtatca getcactcaa aggeggtaat
3301 acggttatcc acagaatcag gggataacgc aggaaagaac atgtgagcaa aaggccagea
3361 aaaggccagg aaccgtaaaa aggecgegtt getggegttt ttccatagge tccgecccce
3421 tgacgagcat cacaaaaatc gacgctcaag tcagaggtgg cgaaacccga caggactata
3481 aagataccag gcgtttccece ctggaagete cctegtgege tetectgtte cgaccctgec
3541 gcttaccgga tacctgteeg cctttcteec ttcgggaage gtggegcttt ctcaatgete
3601 acgctgtagg tatctcagtt cggtgtaggt cgttcgetec aagetgggct gtgtgeacga
3661 accccecegtt cageccgacc getgegectt atccggtaac tatcgtettg agtccaaccc

3721 ggtaagacac gacttatcgc cactggcage agecactggt aacaggatta gcagagegag



3781 gtatgtaggc ggtgctacag agttcttgaa gtggtggect aactacggcet acactagaag
3841 gacagtattt ggtatctgeg ctctgetgaa gecagttacc ttcggaaaaa gagttggtag
3901 ctcttgatcc ggcaaacaaa ccaccgetgg tageggtggt ttttttgttt gcaagcagca
3961 gattacgcgc agaaaaaaag gatctcaaga agatcctttg atcttttcta cggggtctga
4021 cgctcagtgg aacgaaaact cacgttaagg gattttggtc atgagattat caaaaaggat
4081 cttcacctag atccttttaa attaaaaatg aagttttaaa tcaatctaaa gtatatatga

4141 gtaaacttgg tctgacagtt accaatgctt aatcagtgag geacctatct cagcgatctg
4201 tctatttcgt tcatccatag ttgectgact cccegtegtg tagataacta cgatacggga
4261 gggcttacca tctggeccca gtgetgeaat gataccgega gacccacgct caccggetec
4321 agatttatca gcaataaacc agccagecgg aagggecgag cgeagaagtg gtectgeaac
4381 tttatccgec tecatccagt ctattaattg ttgecgggaa getagagtaa gtagttegec
4441 agttaatagt ttgcgcaacg ttgttgecat tgctacagge atcgtggtgt cacgetegtce
4501 gtttggtatg gcttcattca getceggttc ccaacgatca aggegagtta catgatcccc
4561 catgttgtgc aaaaaagegg ttagetectt cggtectecg atcgttgtca gaagtaagtt
4621 ggccgceagtg ttatcactca tggttatgge ageactgceat aattctctta ctgtcatgec
4681 atccgtaaga tgcttttctg tgactggtga gtactcaacc aagtcattct gagaatagtg
4741 tatgcggega ccgagttget cttgeccgge gtcaatacgg gataataccg cgecacatag
4801 cagaacttta aaagtgctca tcattggaaa acgttcttcg gggegaaaac tctcaag

/1l

pRZ413
LOCUS  pRz413 3628 bp DNA circular SYN 22-AUG-2025
DEFINITION
ACCESSION pRZ413
KEYWORDS
SOURCE  Unknown.

ORGANISM Unknown

Unclassified.

REFERENCE 1 (bases 1 to 3628)



AUTHORS Self
JOURNAL Unpublished.

COMMENT SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
source 1..423
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source"""
CDS complement(426..675)
/gene=" Transcriptionally inactive DNA sequence (Promoter
filler)"
/codon_start=2
/SECDrawAs="Gene"
/SECStyleld=1
source 678..882
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""
CDS 689..697
/gene="KOZAK"
/SECDrawAs="Gene"
/SECStyleld=1
CDS 697..831
/gene="GAL-BD-EX1"
/SECDrawAs="Gene"

/SECStyleld=1



CDS

CDS

CDS

source

833..882
/gene="miR1 version Mv3 Intron"
/label=miR1 version Mv3 Intron
/note="color: #cc0000; direction: RIGHT"
/codon_start=3
/translation="SCARFGSTYTMLNEAS"
/codon_start=3
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="ID"
/SECDescr="color: #cc0000; direction: RIGHT"
883..932
/gene="BD6-S"
/SECDrawAs="Gene"
/SECStyleld=1
939..1388
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"
939..1397

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"

/SECName=""source""



source 1398..3628

—n mn

/organism="synthetic DNA construct
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

gene complement(2463..3323)
/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"™"
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV



AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin  join(3455..3628,1..282)
/direction=RIGHT
/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

ORIGIN

1 gatttagtgc tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta

61 gtgggccatc geectgatag acggtttttc geectttgac gttggagtce acgttcttta
121 atagtggact cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg
181 atttataagg gattttgccg atttcggect attggttaaa aaatgagctg atttaacaaa
241 aatttaacgc gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcagge
301 tgcgcaactg ttgggaaggg cgatcggtge gggectctte getattacge cageccaage
361 taccatgata agtaagtaat attaaggtac gggaggtact tggaggtacc cggecgecct
421 gcaggcecectg atgetettcg tccagatcat cctgatcgac aagaccggct tccatcegag
481 tacgtgctcg ctcgatgega tgtttegett ggtggtcgaa tgggeaggta gecggatcaa
541 gcgtatgcag ccgecgcatt geatcageca tgatggatac tttctcggea ggagcaaggt
601 gagatgacag gagatcctge cccggeactt cgeccaatag cagecagtec ctteccgcett
661 cagtgacaac gtcgaggege gecagetcge caccatgaag ctactgtctt ctatcgaaca
721 agcatgcgat atttgccgac ttaaaaagct caagtgctcc aaagaaaaac cgaagtgegc
781 caagtgtctg aagaacaact gggagtgtcg ctactctccc aaaaccaaaa ggtaagttgt

841 gctegcettcg geagcacata tactatgitg aatgaggctt catgtatgta atagagatgt



901 agagttagtg tggaagaata gttcaagatt aagaattcgc gggactctgg ggttcgaaat

961 gaccgaccaa gegacgecca acctgecatc acgagatttc gattccaccg ccgecttcta
1021 tgaaaggttg ggcttcggaa tegttttecg ggacgecggce tggatgatec tccagegegg
1081 ggatctcatg ctggagttct tcgcccaccc tagggggagg ctaactgaaa cacggaagga
1141 gacaataccg gaaggaaccc gegctatgac ggcaataaaa agacagaata aaacgcacgg
1201 tgttgggtcg tttgttcata aacgcggggt tcggteccag ggetggeact ctgtcgatac
1261 cccaccgaga cgecattggg gecaatacge ccgegtttet tecttttcec cacceccacce
1321 cccaagttcg ggtgaaggec cagggetcge agecaacgtc ggggeggeag geectgecat
1381 agcctcaggt atgtcgaccg atgeccttga gagecttcaa cccagtcage tectteeggt
1441 gggcgegggg catgactatc gtcgecgeac ttatgactgt cttctttatc atgcaactcg
1501 taggacaggt gccggeageg ctettcegcet tectegetca ctgacteget gegetcggtc
1561 gttcggctge ggegageggt atcagetcac tcaaaggegg taatacggtt atccacagaa
1621 tcaggggata acgcaggaaa gaacatgtga gcaaaaggec agcaaaagge caggaaccgt
1681 aaaaaggccg cgttgetggce gtttttccat aggetccgece cccctgacga geatcacaaa
1741 aatcgacgct caagtcagag gtggcgaaac ccgacaggac tataaagata ccaggegttt
1801 cccectggaa geteectegt gegetetect gttecgacce tgeegettac cggatacctg
1861 tcecgecttte teecttcggg aagegtggeg ctttctcaat getcacgetg taggtatctce

1921 agttcggtgt aggtcgttcg ctccaagcetg ggetgtgtge acgaaccccc cgttcagecc
1981 gaccgctgeg ccttatccgg taactategt cttgagtcca acccggtaag acacgactta
2041 tcgccactgg cagcagecac tggtaacagg attagcagag cgaggtatgt aggeggtget
2101 acagagttct tgaagtggtg gcctaactac ggetacacta gaaggacagt atttggtatc
2161 tgcgctctge tgaagcecagt taccttcgga aaaagagttg gtagetcttg atccggeaaa
2221 caaaccaccg ctggtagegg tggttttttt gtttgcaage agcagattac gcgcagaaaa
2281 aaaggatctc aagaagatcc tttgatcttt tctacggggt ctgacgctca gtggaacgaa
2341 aactcacgtt aagggatttt ggtcatgaga ttatcaaaaa ggatcttcac ctagatcctt

2401 ttaaattaaa aatgaagttt taaatcaatc taaagtatat atgagtaaac ttggtctgac

2461 agttaccaat gcttaatcag tgaggcacct atctcagcega tctgtctatt tegttcatec

2521 atagttgcct gactccecgt cgtgtagata actacgatac gggagggctt accatctgge

2581 cccagtgcetg caatgatacc gegagaccca cgetcaccgg ctccagattt atcagcaata



2641 aaccagccag ccggaaggge cgagegeaga agtggtectg caactttatc cgectecatce
2701 cagtctatta attgttgccg ggaagctaga gtaagtagtt cgecagttaa tagtttgege
2761 aacgttgttg ccattgctac aggcatcgtg gtgtcacgct cgtegtttgg tatggettca
2821 ttcagctceg gttcccaacg atcaaggega gttacatgat cccccatgtt gtgcaaaaaa
2881 geggttagct cctteggtec tecgategtt gtcagaagta agttggecge agtgttatca
2941 ctcatggtta tggcagcact gcataattct cttactgtca tgccatcegt aagatgettt
3001 tctgtgactg gtgagtactc aaccaagtca ttctgagaat agtgtatgeg gegaccgagt
3061 tgctcttgee cggegtcaat acgggataat accgegecac atagcagaac tttaaaagtg
3121 ctcatcattg gaaaacgttc ttcggggega aaactctcaa ggatcttacc getgttgaga
3181 tccagttcga tgtaacccac tcgtgeaccce aactgatctt cageatcttt tactttcacc
3241 agcgtttctg ggtgagcaaa aacaggaagg caaaatgccg caaaaaaggg aataagggcg
3301 acacggaaat gttgaatact catactcttc ctttttcaat attattgaag catttatcag
3361 ggttattgtc tcatgagcgg atacatattt gaatgtattt agaaaaataa acaaataggg
3421 gttccgegca catttcececg aaaagtgeca cctgacgege cctgtagegg cgeattaage
3481 geggegggtg tggtggttac gegeagegtg accgctacac ttgecagege cctagegecc
3541 gctecttteg ctttetteec ttectttcte gecacgticg ccggetttee cegtcaaget
3601 ctaaatcggg ggctececttt agggttcc

/1

pRZ415
LOCUS pRZ415 3982 bp DNA circular SYN 22-AUG-2025
DEFINITION
ACCESSION pRZ415
KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown

Unclassified.

REFERENCE 1 (bases 1 to 3982)

AUTHORS Self



JOURNAL Unpublished.

COMMENT

Software

FEATURES

source

source

CDS

SECID/File created by Clone Manager, Scientific & Educational

Location/Qualifiers

1..415
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""

410..415
/organism="synthetic DNA construct"
/mol_type="other DNA"
/note="color: #ffffff"
/SECDrawAs="Info only"
/SECName="color""
/SECDescr="color: #ffffff"

complement(418..667)
/gene=" Transcriptionally inactive DNA sequence (Promoter
filler)"
/codon_start=2

/SECDrawAs="Gene"

/SECStyleld=1

misc_feature 682..731

/label=BD Reverse Complementary to AFP
/note="color: #3366ff"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="BD6-AS"

/SECDescr="color: #3366ff"



source

682..731

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"

mn

/SECName=""source

misc_feature 732..743

source

CDS

CDS

CDS

/label=Intron splice enhancer (ISE)
/note="color: #00£f00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Intron splice enhancer (ISE)"
/SECDescr="color: #00ff00"

732..1276

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"'

744..772
/gene="Canonical V1"
/SECDrawAs="Gene"
/SECStyleld=1

780..1083
/gene="GAL-BD-EX2"
/SECDrawAs="Gene"
/SECStyleld=1

1084..1224
/gene="VP16-AD"
/SECDrawAs="Gene"

/SECStyleld=1



misc_feature 1232..1287
/label=Linker 361-400 Kana
/note="color: #ffff00"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="Linker 4"
/SECDescr="color: #ffff00"

source 1277..3982

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

CDS 1288..1737
/gene="HSV1-pA"

/label=HSV1-pA

/label=HSV1-pA CDS

/note="color: #cc0000; direction: RIGHT"

/translation="AGL"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="HSV1-pA"

/SECDescr="color: #cc0000; direction: RIGHT"
gene complement(2817..3677)

/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI



HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"™"
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin  join(3809..3982,1..282)

/direction=RIGHT

/label=phage f1 origin of replication

/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"
/SECStyleld=1

/SECName="phage f1 origin of replication"



/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

ORIGIN

1 gatttagtgc tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta

61 gtgggccatc geectgatag acggtttttc geectttgac gttggagtcc acgttcttta
121 atagtggact cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg
181 atttataagg gattttgccg atttcggect attggttaaa aaatgagctg atttaacaaa
241 aatttaacgc gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcagge
301 tgcgcaactg ttgggaaggg cgatcggtge gggectette getattacge cageccaage
361 taccatgata agtaagtaat attaaggtac gggaggtact tggaggtacc ctgcaggccc
421 tgatgctctt cgtccagatc atcctgatcg acaagaccgg cttccatceg agtacgtget
481 cgctcgatge gatgtttcge ttggtggtcg aatgggeagg tagecggatc aagegtatge
541 agccgecgcea ttgeatcage catgatggat actttctcgg caggagcaag gtgagatgac
601 aggagatcct gececcggceac ttcgeccaat agcagecagt ccctteccgce ttcagtgaca
661 acgtcgaggc gegecgaatt cttaatcttg aactattctt ccacactaac tcatcatctc
721 tattacatac acggggatgg gggtactaac ttcgagtctt cttttttttt ttatcacagg
781 tctcegetga ctagggcaca tctgacagaa gtggaatcaa ggctagaaag actggaacag
841 ctatttctac tgatttttcc tcgagaagac cttgacatga ttttgaaaat ggattcttta
901 caggatataa aagcattgtt aacaggatta tttgtacaag ataatgtgaa taaagatgcc
961 gtcacagata gattggcttc agtggagact gatatgcctc taacattgag acagcataga
1021 ataagtgcga catcatcatc ggaagagagt agtaacaaag gtcaaagaca gttgactgta
1081 tcgtcgacgg cccccecgac cgatgtcage ctgggggacg agetccactt agacggegag
1141 gacgtggcga tggegeatge cgacgegceta gacgatttcg atctggacat gttgggggac
1201 ggggattccc cgggteeggg ataatgataa aggtcgtcag actgatgggce cctattcgga
1261 tattgagatg aggatccaag cttgtaagcg ggactctagg gttcgaaatg accgaccaag
1321 cgacgcccaa cctgecatca cgagatttcg attccaccge cgecttctat gaaaggttgg
1381 gcttcggaat cgttttccgg gacgecggct ggatgatect ccagegeggg gatctcatge
1441 tggagttctt cgcccaccct agggggagge taactgaaac acggaaggag acaataccgg

1501 aaggaacccg cgctatgacg gcaataaaaa gacagaataa aacgcacggt gttgggtegt



1561 ttgttcataa acgcggggtt cggtcccagg getggeactce tgtcgatace ccaccgagac
1621 gccattgggg ccaatacgcc cgegtttctt ccttttccce accccacccc ccaagttegg
1681 gtgaaggccc agggctcgea gecaacgteg gggeggeagg ccctgecata gectcagetce
1741 gagtatgtcg accgatgcecc ttgagagect tcaacccagt cagetecttc cggtgggege
1801 ggggcatgac tatcgtcgec geacttatga ctgtcttctt tatcatgcaa ctcgtaggac
1861 aggtgeegge agegctctte cgettecteg ctcactgact cgetgegcete ggtegttegg
1921 ctgcggegag cggtatcagce tcactcaaag geggtaatac ggttatccac agaatcaggg
1981 gataacgcag gaaagaacat gtgagcaaaa ggccagcaaa aggccaggaa ccgtaaaaag
2041 geegegttge tggegttttt ccataggete cgeecccctg acgagcatca caaaaatcga
2101 cgctcaagtc agaggtggeg aaacccgaca ggactataaa gataccagge gtttccecct
2161 ggaagctccc tegtgegcte tectgttecg accctgecge ttaccggata cctgteegec
2221 tttcteectt cgggaagegt ggegcetttct caatgetcac getgtaggta tctcagttcg
2281 gtgtaggtcg ttcgctccaa getgggetgt gtgeacgaac cccccgttca geecgaccge
2341 tgcgccttat ccggtaacta tcgtcttgag tccaaccegg taagacacga cttatcgeca
2401 ctggcagcag ccactggtaa caggattagc agagcgaggt atgtaggegg tgctacagag
2461 ttcttgaagt ggtggectaa ctacggcetac actagaagga cagtatttgg tatctgegct
2521 ctgctgaagce cagttacctt cggaaaaaga gttggtagcet cttgatccgg caaacaaacc
2581 accgcetggta geggtggttt ttttgtttge aagcageaga ttacgcgeag aaaaaaagga
2641 tctcaagaag atcctttgat cttttctacg gggtctgacg ctcagtggaa cgaaaactca
2701 cgttaaggga ttttggtcat gagattatca aaaaggatct tcacctagat ccttttaaat

2761 taaaaatgaa gttttaaatc aatctaaagt atatatgagt aaacttggtc tgacagttac

2821 caatgcttaa tcagtgaggc acctatctca gegatctgtce tatttcgttc atccatagtt

2881 gcctgactec ccgtegtgta gataactacg atacgggagg gettaccatc tggecccagt
2941 gctgcaatga taccgcgaga cccacgctca ccggetecag atttatcage aataaaccag
3001 ccagccggaa gggecgageg cagaagtggt cctgeaactt tatccgecte catccagtct
3061 attaattgtt gccgggaage tagagtaagt agttcgecag ttaatagttt gcgcaacgtt
3121 gttgccattg ctacaggcat cgtggtgtca cgetegtegt ttggtatggce ttcattcage
3181 tccggtteec aacgatcaag gegagttaca tgatccecca tgttgtgeaa aaaageggtt

3241 agctecttcg gtectecgat cgttgtcaga agtaagttgg ccgeagtgtt atcactcatg



3301 gttatggcag cactgcataa ttctcttact gtcatgecat ccgtaagatg cttttctgtg
3361 actggtgagt actcaaccaa gtcattctga gaatagtgta tgcggegacc gagttgetct
3421 tgcecggegt caatacggga taataccgeg ccacatagea gaactttaaa agtgetcatc
3481 attggaaaac gttcttcggg gegaaaactc tcaaggatct taccgetgtt gagatccagt
3541 tcgatgtaac ccactcgtge acccaactga tcttcageat cttttacttt caccagegtt
3601 tctgggtgag caaaaacagg aaggcaaaat gccgcaaaaa agggaataag ggegacacgg
3661 aaatgttgaa tactcatact cttccttttt caatattatt gaagcattta tcagggttat
3721 tgtctcatga geggatacat atttgaatgt atttagaaaa ataaacaaat aggggttccg
3781 cgcacatttc cccgaaaagt gecacctgac gegecctgta geggegceatt aagegeggesg
3841 ggtgtggtgg ttacgcgeag cgtgaccgct acacttgeca gegeectage geecgetect
3901 ttcgctttct teecttectt tetegecacg ttcgeeggcet ttcceegtca agetctaaat
3961 cgggggctcc ctttagggtt cc

/1

pRZ425

LOCUS pRZ425 4691 bp DNA circular SYN 22-AUG-2025

DEFINITION

ACCESSION pRZ425

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 4691)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
gene complement(605..1465)
/label=AmpR



man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"™"
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin ~ 1597..2052
/direction=RIGHT
/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""

/note="color: #cc0000"



/translation="TRPVAAH"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

source 1771..2122
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""""

source 2123..2193
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""

CDS 2181..3021
/gene="SSX1p"
/label=SSX1p
/mote="color: #cc0000; direction: RIGHT"
/translation="RPPCRVARSWLTATSYSWAQAILLPQPPE"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="SSX1p"
/SECDescr="color: #cc0000; direction: RIGHT"

source 2194..2990
/organism="synthetic DNA construct"

/mol_type="other DNA"

/SECDrawAs="Info only"



mn

/SECName=""source
source 2991..3015

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""
source 3016..3035

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""
misc_signal  3027..3032

/label=KOZAK

/note="/created_by=""User"""

/note="color: #cc0000; direction: RIGHT"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="KOZAK"

/SECDescr="/created_by=""User""color: #cc0000; direction: RIGHT"
CDS 3036..3744

/gene="mKate2"

/SECDrawAs="Gene"

/SECStyleld=1
misc_feature 3748..3770

/created_by="User"

/label="linker"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="linker"



CDS 3772..4221
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"
source 3772..4230
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"
source join(4231..4691,1..1770)
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"
ORIGIN
1 tgtcegectt teteectteg ggaagegtgg cgcetttctca atgetcacge tgtaggtatc
61 tcagttcggt gtaggtcgtt cgetccaage tgggetgtgt gcacgaaccce cccgttcage
121 ccgaccgctg cgecttatce ggtaactate gtettgagte caacccggta agacacgact
181 tatcgccact ggcageagcec actggtaaca ggattagcag agegaggtat gtaggeggtg
241 ctacagagtt cttgaagtgg tggcctaact acggctacac tagaaggaca gtatttggta
301 tctgegcetct getgaageca gttaccttcg gaaaaagagt tggtagetct tgatccggea
361 aacaaaccac cgctggtage ggtggttttt ttgtttgcaa gecageagatt acgcgceagaa

421 aaaaaggatc tcaagaagat cctttgatct tttctacggg gtctgacgct cagtggaacg

481 aaaactcacg ttaagggatt ttggtcatga gattatcaaa aaggatcttc acctagatcc



541 ttttaaatta aaaatgaagt tttaaatcaa tctaaagtat atatgagtaa acttggtctg

601 acagttacca atgcttaatc agtgaggcac ctatctcagc gatctgtcta tttcgttcat

661 ccatagttgc ctgactcccc gtegtgtaga taactacgat acgggagggce ttaccatctg
721 gceccagtgce tgcaatgata ccgegagacc cacgcetcacce ggetccagat ttatcagcaa
781 taaaccagcc agecggaagg gecgagegea gaagtggtec tgeaacttta tccgectcca
841 tccagtctat taattgttgc cgggaagcta gagtaagtag ttcgccagtt aatagtttge

901 gcaacgttgt tgccattgct acaggcatcg tggtgtcacg ctegtegttt ggtatggett

961 cattcagctc cggttcccaa cgatcaagge gagttacatg atcccccatg ttgtgcaaaa
1021 aagcggttag ctecttcggt cctecgateg ttgtcagaag taagttggee geagtgttat
1081 cactcatggt tatggcagca ctgcataatt ctcttactgt catgecatcc gtaagatget
1141 tttctgtgac tggtgagtac tcaaccaagt cattctgaga atagtgtatg cggegaccga
1201 gttgctcttg cccggegtea atacgggata ataccgegec acatagceaga actttaaaag
1261 tgctcatcat tggaaaacgt tcttcgggge gaaaactctc aaggatctta ccgetgttga
1321 gatccagttc gatgtaaccc actcgtgeac ccaactgatc ttcagcatct tttactttca

1381 ccagcgtttc tgggtgagca aaaacaggaa ggcaaaatge cgcaaaaaag ggaataaggg
1441 cgacacggaa atgttgaata ctcatactct tcctttttca atattattga agcatttatc

1501 agggttattg tctcatgagc ggatacatat ttgaatgtat ttagaaaaat aaacaaatag
1561 gggttcegeg cacatttccc cgaaaagtge cacctgacge gecctgtage ggegeattaa
1621 gegeggeggg tgtggtggtt acgegeageg tgaccgetac acttgecage gecctagege
1681 ccgctecttt cgctttette ccttecttte tegecacgtt cgecggettt ccccgtcaag

1741 ctctaaatcg ggggctcect ttagggttce gatttagtge tttacggeac ctcgacccca
1801 aaaaacttga ttagggtgat ggttcacgta gtgggccatc gecctgatag acggtttttc
1861 gccctttgac gttggagtce acgttcttta atagtggact cttgttccaa actggaacaa
1921 cactcaaccc tatctcggtc tattcttttg atttataagg gattttgeeg atttcggect

1981 attggttaaa aaatgagctg atttaacaaa aatttaacgc gaattttaac aaaatattaa

2041 cgcttacaat ttgccattcg ccattcagge tgegceaactg ttgggaaggg cgatcggtge
2101 gggcctcttc getattacge cageccaage taccatgata agtaagtaat attaaggtac
2161 gggaggtact tggaggtacc cggecgecct gcagggtage cagatcatgg ctcactgcaa

2221 cctegtacte ctgggctcaa getatcctec tacctcagec tectgagtaa cggactacag



2281 gcacaccacc ccacctcgcet aattttattt attttttttg tagagaaaag agacagggta

2341 ttgctctgtt geccagggtg gggtgeagtg geatgatcat ggetcactge aacctctgec
2401 tcccaggttc aagtgatcct ccagetgtgg ccteectaag tgetgggatt acaaccgtga
2461 gcecgecgeac cggeccaaat ttcttacgtc actacagagt tcctaggaaa aaatcccata
2521 cctgaaaaag atagaaactg acaggaagga tttgagatga tgacctgctt catatacact
2581 ccttattaaa actggataac aatgcaccac cgaggaggtg gggagggata ggaaaaatga
2641 aaagagaaaa tcagcgcatg cgtactctga tttgggaaga ctccaaagag aaaatcagag
2701 catgcgtact ctgaacttgg agtagccaat cccaggggat getttaggeg ggaaagtcag
2761 agtttctgec tccattttga gaaggttctg tccctagage ctagactgat agaccccaca
2821 tcagcttggc ttgtccegec tactgttetg acttctgatt ggecagatgg agttcactaa

2881 ctgccctgat tggtecatca tectggagea atgacattge agaatatttt ctectectec

2941 agccacactt tgtcaccaac tgetgecaac tcgecaccac tgetgecgac ctcgeaacca
3001 ctgctttgte tctggegege cagetcgeca ccatggtgte taagggegaa gagetgatta
3061 aggagaacat gcacatgaag ctgtacatgg agggcaccgt gaacaaccac cacttcaagt
3121 gcacatccga gggegaagge aagecctacg agggeaccca gaccatgaga atcaaggtgg
3181 tcgagggegg cccteteecc ttegectteg acatcctgge taccagette atgtacggea
3241 gcaaaacctt catcaaccac acccagggcea tccecgactt ctttaageag tectteectg
3301 agggcttcac atgggagaga gtcaccacat acgaagacgg gggegtgetg accgctacce
3361 aggacaccag cctccaggac ggctgectca tctacaacgt caagatcaga ggggtgaact
3421 tcccatccaa cggecctgtg atgcagaaga aaacactcgg ctgggaggec tccaccgaga
3481 tgctgtaccc cgetgacgge ggectggaag geagaagega catggecctg aagetegtgg
3541 gecgggggceca cctgatctge aacttgaaga ccacatacag atccaagaaa cccgctaaga
3601 acctcaagat gceeggegte tactatgtgg acagaagact ggaaagaatc aaggaggecg
3661 acaaagagac ctacgtcgag cagcacgagg tggctgtgge cagatactge gacctcecta
3721 gcaaactggg gcacaaactt aattaagcct ctggcecacat cggttectge cgegggactc
3781 tggggttcga aatgaccgac caagcgacge ccaacctgec atcacgagat ttegatteca
3841 ccgeegectt ctatgaaagg ttgggcttcg gaatcgtttt ccgggacgec ggetggatga
3901 tcctccageg cggggatcte atgetggagt tettcgecca ccctaggggg aggetaactg

3961 aaacacggaa ggagacaata ccggaaggaa cccgegcetat gacggcaata aaaagacaga



4021 ataaaacgca cggtgttggg tegtttgttc ataaacgegg ggttcggtee cagggetgge
4081 actctgtcga taccccaccg agacgecatt ggggecaata cgeccgegtt tettectttt
4141 ccccacceca ccccccaagt tcgggtgaag geccaggget cgeagecaac gteggggegg
4201 caggccectgce catagectca ggtatgtega ccgatgecct tgagagectt caacccagtce
4261 agctccttec ggtgggegeg gggeatgact atcgtecgecg cacttatgac tgtettettt
4321 atcatgcaac tcgtaggaca ggtgeeggea gegcetcttee gettectege tcactgactc
4381 gctgegcteg gtegttegge tgeggegage ggtatcaget cactcaaagg cggtaatacg
4441 gttatccaca gaatcagggg ataacgcagg aaagaacatg tgagcaaaag gccagcaaaa
4501 ggccaggaac cgtaaaaagg ccgegttget ggegtttttc cataggetee geececcctga
4561 cgagcatcac aaaaatcgac gctcaagtca gaggtggega aacccgacag gactataaag
4621 ataccaggcg tttccecctg gaageteect cgtgegetct cctgttccga cectgecgct
4681 taccggatac ¢

//

pRZ426

LOCUS pRZ426 4891 bp DNA circular SYN 22-AUG-2025

DEFINITION

ACCESSION pRZ426

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 4891)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
gene complement(804..1664)
/label=AmpR



man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"™"
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin  1796..2251
/direction=RIGHT
/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""

/note="color: #cc0000"



/translation="TRPVAAH"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

source 1970..2321
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""""
source 2322..2392
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""
CDS 2393..3414
/gene="H2A1p"
/label=H2A1p
/mote="color: #993366; direction: RIGHT"
/translation="GELIALRGGRGWRGGP"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="H2A1p"
/SECDescr="color: #993366; direction: RIGHT"
source 2393..3414
/organism="synthetic DNA construct"

/mol_type="other DNA"

/SECDrawAs="Info only"



mn

/SECName=""source
source 2393..3414

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/note="color: #ffffff"
/SECDrawAs="Info only"
/SECName=""color"
/SECDescr="color: #ffffff"

source 3415..3434

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""
misc_signal 3426..3431

/label=KOZAK

/note="/created_by=""User"""

/note="color: #cc0000; direction: RIGHT"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="KOZAK"

/SECDescr="/created_by=""User""color: #cc0000; direction: RIGHT"
CDS 3435..4143

/gene="mKate2"

/SECDrawAs="Gene"

/SECStyleld=1
misc_feature 4147..4169

/created_by="User"

/label="linker"

/SECDrawAs="Gene"



/SECStyleld=1
/SECName="linker"
CDS 4171..4620
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"

source 4171..4629

—n mn

/organism="synthetic DNA construct
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

source join(4630..4891,1..1969)

—n mn

/organism="synthetic DNA construct
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

ORIGIN

1 cagcaaaagg ccaggaaccg taaaaaggcc gegttgetgg cgtttttcca taggetecge
61 cccectgacg agcatcacaa aaatcgacgc tcaagtcaga ggtggegaaa cccgacagga
121 ctataaagat accaggcgtt tcceectgga agetcecteg tgegetetee tgttccgacc
181 ctgcegctta ceggatacct gtecgecttt cteecttegg gaagegtgge getttctcaa
241 tgctcacgct gtaggtatct cagttcggtg taggtegttc getccaaget gggetgtgtg

301 cacgaacccc cegttcagece cgaccgetge gecttatceg gtaactateg tettgagtee

361 aacccggtaa gacacgactt atcgccactg gcagcagceca ctggtaacag gattagcaga



421 gcgaggtatg taggcggtge tacagagttc ttgaagtggt ggectaacta cggctacact
481 agaaggacag tatttggtat ctgcgctctg ctgaagecag ttaccttcgg aaaaagagtt
541 ggtagctctt gatccggcaa acaaaccacc getggtageg gtggtttttt tgtttgcaag
601 cagcagatta cgcgcagaaa aaaaggatct caagaagatc ctttgatctt ttctacgggg
661 tctgacgctc agtggaacga aaactcacgt taagggattt tggtcatgag attatcaaaa
721 aggatcttca cctagatcct tttaaattaa aaatgaagtt ttaaatcaat ctaaagtata

781 tatgagtaaa cttggtctga cagttaccaa tgcttaatca gtgaggceacc tatctcageg
841 atctgtctat ttcgttcatc catagttgec tgactceecg tegtgtagat aactacgata

901 cgggagggct taccatctgg ccccagtget geaatgatac cgegagaccce acgcetcaccg
961 gctccagatt tatcagcaat aaaccagceca gecggaaggg ccgagegeag aagtggtect
1021 gcaactttat ccgectecat ccagtctatt aattgttgec gggaagctag agtaagtagt
1081 tcgccagtta atagtttgeg caacgttgtt gecattgeta caggeatcgt ggtgtcacge
1141 tcgtegtttg gtatggcttc attcagcetee ggttcccaac gatcaaggeg agttacatga
1201 tcceccatgt tgtgcaaaaa ageggttage tectteggte cteegategt tgtcagaagt
1261 aagttggcceg cagtgttatc actcatggtt atggcageac tgcataattc tcttactgte
1321 atgccatccg taagatgctt ttctgtgact ggtgagtact caaccaagtc attctgagaa
1381 tagtgtatgc ggcgaccgag ttgetcttge ccggegtcaa tacgggataa taccgegeca
1441 catagcagaa ctttaaaagt gctcatcatt ggaaaacgtt cttcggggeg aaaactctca
1501 aggatcttac cgctgttgag atccagttcg atgtaaccca ctcgtgeacc caactgatct
1561 tcagcatctt ttactttcac cagegtttct gggtgagcaa aaacaggaag gcaaaatgec
1621 gcaaaaaagg gaataagggc gacacggaaa tgttgaatac tcatactctt cctttttcaa
1681 tattattgaa gcatttatca gggttattgt ctcatgagcg gatacatatt tgaatgtatt

1741 tagaaaaata aacaaatagg ggttccgege acatttccce gaaaagtgec acctgacgeg
1801 ccctgtagceg gegceattaag cgeggegggt gtggtggtta cgegeagegt gaccgctaca
1861 cttgccageg ccctagegece cgetecttte getttettec cttectttet cgecacgtte
1921 gceggcttte ccegtcaagce tctaaatcgg gggetecctt tagggttecg atttagtget
1981 ttacggcacc tcgaccccaa aaaacttgat tagggtgatg gttcacgtag tgggcecatcg
2041 ccctgataga cggtttttcg ccctttgacg ttggagtcca cgttctttaa tagtggactc

2101 ttgttccaaa ctggaacaac actcaaccct atctcggtct attcttttga tttataaggg



2161 attttgccga tttcggecta ttggttaaaa aatgagetga tttaacaaaa atttaacgeg

2221 aattttaaca aaatattaac gcttacaatt tgccattcge cattcaggcet gecgeaactgt

2281 tgggaagggc gatcggtgeg ggectctteg ctattacgec ageccaagct accatgataa
2341 gtaagtaata ttaaggtacg ggaggtactt ggaggtaccc ggecgecctg caggtgagtt
2401 aatagctctg cgeggaggga ggggatggag agggggtect tgatcgecte ccaacattac
2461 tgagctacat cacctgagca gtttctacce cgatttctgt aacgagceagt ttttctegtt

2521 ctgtgeegge gegegegege acacacacac acacacacac acacacacac acacggetca
2581 gattcggecg cacccggeaa ccgcetagggt geatggagac acattaggtt acataaccct
2641 tcaccgtgtt cgaaaccctt tcttgatcgt gtgggtggct ctgaaaagag cctttgggtt

2701 caggacgccg aggaacgect cacttggage tggtgtactt ggtgacagec ttggtgecect
2761 cggacacggc gtgettggec agetcgeegg geageageag gegaacggec gtetgeactt
2821 cgegggacgt gatggtggag cgettgtigt agtgtgecag gegggaggec tegetggega
2881 tgcgctegaa gatgtcattg gegaaggagt tcatgatgec catggecttg gacgagatge
2941 cggtgtcggg gtgeacctgce ttcageacct tgtacacgta gatagaatag ctetecttge
3001 ggccgegctt gegettettg cegtecttct tetgtgectt ggtgacagec tttttagaac

3061 ccttcttggg cgcaggagec gatttggacg ggtctggeat gatggetgag tctctccaaa
3121 cagaaacgcg cggegetcgg agtaactcta tttgtacgtt ttgtattcaa atgaaggcetc
3181 aggatttgct cacttctgat tggatcaaac gttgttctac gtcatcgetg ggaaaggaat
3241 acgcaaatta ggagtgccag gttctttttc tgattggceta ccatagcecat ccaatcgaac
3301 geegeggtct agectacctc tgtaccatac ataagggcte getggectte actgecctct
3361 tgtttttagt ctcgcttttc ggttgeegtt gtetttttte cttgactcgg aaggegegec

3421 agctcgecac catggtgtct aagggcgaag agctgattaa ggagaacatg cacatgaage
3481 tgtacatgga gggcaccgtg aacaaccacc acttcaagtg cacatccgag ggcgaaggea
3541 agccectacga gggeacccag accatgagaa tcaaggtggt cgagggegge cctetecect
3601 tcgccttcga catcctgget accagettca tgtacggeag caaaaccttc atcaaccaca
3661 cccagggcat ccccgacttc tttaagcagt ccttecctga gggettcaca tgggagagag
3721 tcaccacata cgaagacggg ggegtgetga ccgetaccca ggacaccage ctccaggacg
3781 gctgcecteat ctacaacgtc aagatcagag gggtgaactt cccatccaac ggecctgtga

3841 tgcagaagaa aacactcggce tgggaggect ccaccgagat getgtaccece getgacggeg



/1l

3901 gectggaagg cagaagcegac atggecctga agetegtggg cgggggecac ctgatctgea
3961 acttgaagac cacatacaga tccaagaaac ccgctaagaa cctcaagatg cccggegtct
4021 actatgtgga cagaagactg gaaagaatca aggaggccga caaagagacc tacgtcgage
4081 agcacgaggt ggctgtggec agatactgeg acctccctag caaactgggg cacaaactta
4141 attaagcctc tggccacatc ggttcctgee gegggactct ggggttcgaa atgaccgacc
4201 aagcgacgcc caacctgeca tcacgagatt tcgattccac cgecgectte tatgaaaggt
4261 tgggcttcgg aatcgttttc cgggacgecg getggatgat cctccagege ggggatctea
4321 tgctggagtt cttcgeccac cctaggggga ggctaactga aacacggaag gagacaatac
4381 cggaaggaac ccgegctatg acggcaataa aaagacagaa taaaacgcac ggtgttgggt
4441 cgtttgttca taaacgcggg gttcggtece agggetggea ctetgtegat accccaccga
4501 gacgccattg gggccaatac geeegegttt cttectttte cccaccecac cccccaagtt
4561 cgggtgaagg cccagggcetce geagecaacg tcggggegge aggecctgec atagectcag
4621 gtatgtcgac cgatgecectt gagagecttc aacccagtca getectteeg gtgggegegs
4681 ggcatgacta tcgtcgecge acttatgact gtcttcttta tcatgcaact cgtaggacag

4741 gtgceggeag cgetctteeg cttectcget cactgacteg ctgegetegg tegttegget
4801 gcggegageg gtatcagcete actcaaagge ggtaatacgg ttatccacag aatcagggga

4861 taacgcagga aagaacatgt gagcaaaagg ¢

pRZ428

LOCUS pRZ428 4540 bp DNA circular SYN 22-AUG-2025

DEFINITION

ACCESSION pRZ428

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown

Unclassified.

REFERENCE 1 (bases 1 to 4540)

AUTHORS Self



JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
source 1..352
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""""
source 353..423
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""
CDS complement(426..675)
/gene=" Transcriptionally inactive DNA sequence (Promoter
filler)"
/codon_start=2
/SECDrawAs="Gene"
/SECStyleld=1
source 678..697
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""
misc_signal  689..694
/label=KOZAK

/note="/created_by=""User"""

/mote="color: #cc0000; direction: RIGHT"



/SECDrawAs="Gene"
/SECStyleld=1
/SECName="KOZAK"
/SECDescr="/created_by=""User""color: #cc0000; direction: RIGHT"

CDS 698..964
/gene="mK2-Ex1"
/SECDrawAs="Gene"
/SECStyleld=1

gene 929..964
/ApEinfo_fwdcolor="cyan"
/ApEinfo_revcolor="green"
/vntifkey=21
/modified_by="User"
/label="mKate-Exon1"
/SECDrawAs="Info only"
/SECName=""mKate-Exon1"

misc_feature complement(940..964)

—

/created_by="primer3"

/%GC="48.0"

/Tm="55.13"

/Hairpin="7.0"

/Primer-Dimer="3.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CTTCTTTAAGCAGTCCTTCCCTGAG"
/modified_by="User"
/label="pLW102-mkEI-RV"

/note="Geneious type: primer_bind_reverse"



/SECDrawAs="Info only"

/SECName="pLW102-mkEI-RV"

/SECDescr="Geneious type: primer_bind_reverse"
primer_bind 948..973

—

/created_by="primer3"
/%GC="53.8"
/Tm="59.68"
/Hairpin="9.0"
/Primer-Dimer="5.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="AGCAGTCCTTCCCTGAGGTAAGTGTG"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"
primer_bind 950..974

—

/created_by="primer3"

/%GC="56.0"

/Tm="58.76"

/Hairpin="9.0"

/Primer-Dimer="4.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CAGTCCTTCCCTGAGGTAAGTGTGC"
/label="forward primer"

/SECDrawAs="Info only"

/SECName="forward primer"



primer_bind 962..981

—

/created_by="primer3"
/annotation_group="135724210982524500090d949a7-e0f7-42d7-b
68e-12577dcea4b5"
/%GC="55.0"

/Tm="58.6"

/Hairpin_Tm="42.5"

/Self Dimer Tm="10.2"
/Sequence="GAGGTAAGTGTGCTCGCTTC"
/label="1st forward primer"
/SECDrawAs="Info only"

/SECName="1st forward primer"

misc_signal 963..970
/label="5" donor"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="5'D"

misc_feature 965..970
/ApEinfo_fwdcolor="#ffff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="Donor\Site"
/SECDrawAs="Info only"
/SECName="Donor\Site"

CDS 965..1381
/gene="miRNA intron"
/SECDrawAs="Gene"
/SECStyleld=1

primer_bind 971..987



—

/created_by="primer3"
/%GC="70.6"
/Tm="56.45"
/Hairpin="5.0"
/Primer-Dimer="5.0"
/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="GTGCTCGCTTCGGCAGC"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"
misc_feature 971..989
/created_by="User"
/label="miR-FF4"
/SECDrawAs="Info only"
/SECName="miR-FF4""
misc_feature 990..1051
/created_by="User"
/label="miR-FF4"
/SECDrawAs="Info only"
/SECName=""miR-FF4"'
primer_bind 1002..1026

—

/created_by="primer3"
/%GC="40.0"
/Tm="52.67"
/Hairpin="6.0"

/Primer-Dimer="5.0"

/Monovalent_Salt Concentration="50.0"



/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="GAATGAGGCTTCAGTACTTTACAGA"
/label="forward primer"
/SECDrawAs="Info only"
/SECName="forward primer"
misc_feature 1052..1227
/created_by="User"
/label="miR-FF4"
/SECDrawAs="Info only"
/SECName=""miR-FF4""
misc_feature 1098..1227
/created_by="User"
/label="miR-loop"
/SECDrawAs="Info only"
/SECName="miR-loop"
misc_feature 1104..1222
/gene="miR-loop"
/label="miR-loop misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="miR-loop "
CDS 1131..1152
/gene="miRS1-BS"
/SECDrawAs="Gene"
/SECStyleld=1
CDS 1172..1193
/gene="miRS1"

/SECDrawAs="Gene"



/SECStyleld=1
misc_feature 1228
/created_by="User"
/label="miR-loop"
/SECDrawAs="Info only"
/SECName=""miR-loop"
misc_feature 1228..1347
/created_by="User"
/label="miR-FF4"
/SECDrawAs="Info only"
/SECName="""miR-FF4"
misc_feature complement(1333..1360)

—

/created_by="primer3"

/%GC="32.1"

/Tm="52.31"

/Hairpin="6.0"

/Primer-Dimer="2.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="CACTTTTTTCAATTGTACTAACTTCGAG"
/modified_by="User"

/label="forward primer"

/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"

/SECName="forward primer"
/SECDescr="Geneious type: primer_bind_reverse"

misc_feature 1342..1347

/Recognition_pattern="CANAATTG"



/annotation_group="CAATTG"
/label="Mfel"
/note="Geneious type: restriction site"
/SECDrawAs="Info only"
/SECName="Mfel"
/SECDescr="Geneious type: restriction site"
misc_feature 1348..1355
/ApEinfo_fwdcolor="#00ff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="BranchPoint"
/SECDrawAs="Info only"
/SECName="BranchPoint"
misc_feature complement(1348..1355)
/created_by="User"
/label="primer part"
/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"
/SECName="primer part"
/SECDescr="Geneious type: primer_bind_reverse"
misc_signal  1348..1355
/label="BranchPoint"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="BP"
misc_feature 1355
/Original_Bases="TAAC"
/label="TAAC"

/note="Geneious type: Editing History Deletion"



/SECDrawAs="Info only"
/SECName="TAAC"
/SECDescr="Geneious type: Editing History Deletion"
misc_feature 1356..1360
/created_by="User"
/label="Xhol part"
/SECDrawAs="Info only"
/SECName="Xhol part"
misc_feature 1361..1376
/ApEinfo_fwdcolor="#ff80c0"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="PolyPyrTract"
/SECDrawAs="Info only"
/SECName="PolyPyrTract"
misc_feature 1361..1376
/gene="PolyPyrTract"
/label="PolyPyrTract misc"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="PolyPyrTract"
misc_feature 1377..1381
/ApEinfo_fwdcolor="#ffff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="Acceptor\Site"
/SECDrawAs="Info only"
/SECName="Acceptor\Site"

misc_signal 1377..1381



/label="3" Acceptor\Site"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="3" Acceptor\Site"
misc_feature complement(1377..1395)

—

/created_by="primer3"
/annotation_group="13572421940353640000646bd98-feb1-491e-8
fb0-a8706067f01d"

/%GC="57.9"

/Tm="59.6"

/Hairpin_Tm="None"

/Self Dimer Tm="None"
/Sequence="TCCCATGTGAAGCCCTGTG"
/label="1st reverse primer"

/note="Geneious type: primer_bind_reverse"
/SECDrawAs="Info only"

/SECName="1st reverse primer"
/SECDescr="Geneious type: primer_bind_reverse"

gene 1382..1458

/ApEinfo_label="mKate"
/ApEinfo_fwdcolor="cyan"
/ApEinfo_revcolor="green"
/vntifkey=21
/modified_by="User"
/label="mKate-Exon2"
/SECDrawAs="Info only"
/SECName="mKate-Exon2""

misc_signal 1382..1823

/label="mKate-Exon2"



/SECDrawAs="Gene"
/SECStyleld=1

/SECName="mK2-Ex2"

misc_feature 1827..1849

source

CDS

source

/created_by="User"
/label="linker"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="linker"
1851..2025

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""
1851..2300
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/note="color: #cc0000; direction: RIGHT"
/translation="AGLWGSK"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"
2026..2309

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"

/SECName=""source"



source 2310..4540

—n mn

/organism="synthetic DNA construct
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

gene complement(3375..4235)
/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"™"
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV



AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin  join(4367..4540,1..282)
/direction=RIGHT
/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

ORIGIN

1 gatttagtgc tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta

61 gtgggccatc geectgatag acggtttttc geectttgac gttggagtce acgttcttta
121 atagtggact cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg
181 atttataagg gattttgccg atttcggect attggttaaa aaatgagctg atttaacaaa
241 aatttaacgc gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcagge
301 tgcgcaactg ttgggaaggg cgatcggtge gggectctte getattacge cageccaage
361 taccatgata agtaagtaat attaaggtac gggaggtact tggaggtacc cggecgecct
421 gcaggcecectg atgetettcg tccagatcat cctgatcgac aagaccggct tccatcegag
481 tacgtgctcg ctcgatgega tgtttegett ggtggtcgaa tgggeaggta gecggatcaa
541 gcgtatgcag ccgecgcatt geatcageca tgatggatac tttctcggea ggagcaaggt
601 gagatgacag gagatcctge cccggeactt cgeccaatag cagecagtec ctteccgcett
661 cagtgacaac gtcgaggegce gecagetcge caccatggtg tctaagggeg aagagcetgat
721 taaggagaac atgcacatga agctgtacat ggagggcacc gtgaacaacc accacttcaa
781 gtgcacatcc gagggegaag graagceccta cgagggeacc cagaccatga gaatcaaggt

841 ggtcgagggc ggeectctee ccttegectt cgacatectg getaccaget tcatgtacgg



901 cagcaaaacc ttcatcaacc acacccaggg catccccgac ttctttaage agtecttecc

961 tgaggtaagt gtgctcgctt cggeagcaca tatactatgt tgaatgaggce ttcagtactt

1021 tacagaatcg ttgcctgeac atcttggaaa cacttgetgg gattacttct tcagggactt

1081 cttaacccaa cagaaggctc gagaaggtat attgctgttg acagtgageg cccgcetegtt
1141 tatgtgttct aatagtgaag ccacagatgt attagaacac ataaacgagce gggtgectac
1201 tgccteggac ttcaaggggce tagaattcaa ggggetactt taggagcaat tatcttgttt

1261 actaaaactg aataccttgc tatctctttg atacattttt acaaagctga attaaaatgg

1321 tataaattaa atcacttttt tcaattgtac taacttcgag tcttcttttt ttttttcaca

1381 gggattcaca tgggagagag tcaccacata cgaagacggg ggegtgetga ccgetaccca
1441 ggacaccagc ctccaggacg getgectcat ctacaacgtc aagatcagag gggtgaactt
1501 cccatccaac ggecectgtga tgcagaagaa aacactcgge tgggaggect ccaccgagat
1561 gctgtaccce getgacggeg gectggaagg cagaagegac atggecctga agetegtggg
1621 cgggggecac ctgatctgea acttgaagac cacatacaga tccaagaaac ccgctaagaa
1681 cctcaagatg cccggegtct actatgtgga cagaagactg gaaagaatca aggaggecga
1741 caaagagacc tacgtcgagc agcacgaggt ggetgtggec agatactgeg acctcectag
1801 caaactgggg cacaaactta attaagcctc tggccacatc ggttectgee gegggactct
1861 ggggttcgaa atgaccgacc aagcgacgec caacctgeca tcacgagatt tcgattccac
1921 cgcegcectte tatgaaaggt tgggettcgg aatcgttttc cgggacgeceg getggatgat
1981 cctecagege ggggatctca tgetggagtt cttcgeccac cctaggggga ggctaactga
2041 aacacggaag gagacaatac cggaaggaac ccgegctatg acggcaataa aaagacagaa
2101 taaaacgcac ggtgttgggt cgtttgttca taaacgcggg gttcggtece agggetggea
2161 ctctgtcgat accccaccga gacgecattg gggecaatac geeegegttt cttectttte
2221 cccacccecac cccccaagtt cgggtgaagg cccagggctce geagecaacg teggggcgge
2281 aggccctgec atagectcag gtatgtcgac cgatgecctt gagagecttc aacccagtca
2341 gctectteeg gtgggegegg ggeatgacta tegtegecge acttatgact gtcttcttta
2401 tcatgcaact cgtaggacag gtgcecggeag cgcetctteeg cttecteget cactgactcg
2461 ctgegcetegg tegttcgget geggegageg gtatcagetc actcaaagge ggtaatacgg
2521 ttatccacag aatcagggga taacgcagga aagaacatgt gagcaaaagg ccagcaaaag

2581 gccaggaacc gtaaaaagge cgegttgetg gegtttttce ataggeteeg ccececctgac



2641 gagcatcaca aaaatcgacg ctcaagtcag aggtggcegaa acccgacagg actataaaga
2701 taccaggcgt ttcceectgg aageteectce gtgegetcte ctgttccgac cctgeegett
2761 accggatacc tgtcegectt tcteecttcg ggaagegtgg cgctttctea atgetcacge
2821 tgtaggtatc tcagttcggt gtaggtcgtt cgetccaage tgggetgtgt gcacgaacce
2881 cccgttcage ccgaccgcetg cgecttatce ggtaactate gtettgagtc caacccggta
2941 agacacgact tatcgccact ggcagcagcec actggtaaca ggattagcag agcgaggtat
3001 gtaggcggtg ctacagagtt cttgaagtgg tggectaact acggctacac tagaaggaca
3061 gtatttggta tctgegetct getgaageca gttaccttcg gaaaaagagt tggtagcetct
3121 tgatccggea aacaaaccac cgetggtage ggtggttttt ttgtttgcaa gecageagatt
3181 acgcgcagaa aaaaaggatc tcaagaagat cctttgatct tttctacggg gtctgacgct
3241 cagtggaacg aaaactcacg ttaagggatt ttggtcatga gattatcaaa aaggatcttc
3301 acctagatcc ttttaaatta aaaatgaagt tttaaatcaa tctaaagtat atatgagtaa

3361 acttggtctg acagttacca atgcttaatc agtgaggeac ctatctcage gatctgtcta
3421 tttcgttcat ccatagttge ctgactcecc gtegtgtaga taactacgat acgggagggc
3481 ttaccatctg gecccagtge tgeaatgata ccgegagacc cacgcetcacc ggetccagat
3541 ttatcagcaa taaaccagcc agecggaagg geegagegea gaagtggtec tgeaacttta
3601 tccgecteca tccagtctat taattgttge cgggaageta gagtaagtag ttcgecagtt
3661 aatagtttgc gcaacgttgt tgccattgcet acaggeatcg tggtgtcacg ctegtegttt
3721 ggtatggctt cattcagctc cggttcccaa cgatcaagge gagttacatg atcccccatg
3781 ttgtgcaaaa aagcggttag ctecttcggt cctecgateg ttgtcagaag taagttggec
3841 gcagtgttat cactcatggt tatggcagca ctgcataatt ctcttactgt catgecatcc
3901 gtaagatgct tttctgtgac tggtgagtac tcaaccaagt cattctgaga atagtgtatg
3961 cggcgaccga gttgetcttg cccggegtea atacgggata ataccgegec acatagcaga
4021 actttaaaag tgctcatcat tggaaaacgt tcttcgggge gaaaactctc aaggatctta
4081 ccgctgttga gatccagttc gatgtaacce actcgtgeac ccaactgatce ttcagceatct
4141 tttactttca ccagcgtttc tgggtgagea aaaacaggaa ggcaaaatge cgcaaaaaag
4201 ggaataaggg cgacacggaa atgttgaata ctcatactct tcctttttca atattattga
4261 agcatttatc agggttattg tctcatgagc ggatacatat ttgaatgtat ttagaaaaat

4321 aaacaaatag gggttccgeg cacatttccc cgaaaagtge cacctgacge geectgtage



4381 ggcgcattaa gegeggeggg tgtggtggtt acgegrageg tgaccgctac acttgecage
4441 gcectagege cegetecttt cgetttette ccttecttte tcgecacgtt cgeeggcttt
4501 ccccgtcaag ctctaaatcg ggggeteect ttagggttec

/1l

pRZ437

LOCUS pRZ437 3842 bp DNA circular SYN 22-AUG-2025

DEFINITION

ACCESSION pRZ437

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 3842)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
CDS 1585..1842
/gene="Transcriptionally inactive DNA sequence (Promoter
filler)"
/SECDrawAs="Gene"
/SECStyleld=1
source 1849

-1

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"

/SECName=""source""

CDS 1855..2190



/created_by="User"
/label="ECFP"

/codon_start=3

/translation="GEQGRGAVHRGGAHPGRAGRRRKRPQVQRVRRGRGRCHLRQA
DP

EVHLHHRQAARALAHPRDHPDLGRAVLRPLPRPHEAARLLQVRHARRLRPG
AHHLLQG

RRQLQDPRR"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="EC-Ex1"

CDS 2189..2196
/gene="5'D"
/SECDrawAs="Gene"
/SECStyleld=1

source 2191..2215
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""

CDS 2191..2240
/gene="miR1 version Mv3 Intron"
/label=miR1 version Mv3 Intron
/mote="color: #cc0000; direction: RIGHT"
/translation="VSVLASAAHILC"
/SECDrawAs="Gene"
/SECStyleld=1

/SECName="1D"



/SECDescr="color: #cc0000; direction: RIGHT"
source 2216..2240

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"'

CDS 2241..2290
/gene="BD6-S"
/SECDrawAs="Gene"
/SECStyleld=1

source 2297..2467

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""
CDS 2297..2746

/gene="HSV1-pA"

/label=HSV1-pA

/label=HSV1-pA CDS

/note="color: #cc0000; direction: RIGHT"

/translation="AGLWGSK"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="HSV1-pA"

/SECDescr="color: #cc0000; direction: RIGHT"
source 2468..2748

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"

/SECDrawAs="Info only"



mn

/SECName=""source
source complement(2749..3164)

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""
rep_origin  complement(2883..3338)
/direction=RIGHT
/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

source complement(join(3165..3842,1..1553))
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

gene join(3470..3842,1..488)
/label=AmpR

/note="/created_by=""User"""

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED



Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW""
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGITAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW'""color: #cc0000; direction: LEFT"

ORIGIN
1 taaccatgag tgataacact gcggcecaact tacttctgac aacgatcgga ggaccgaagg
61 agctaaccgc ttttttgcac aacatggggg atcatgtaac tcgecttgat cgttgggaac
121 cggagctgaa tgaagccata ccaaacgacg agcegtgacac cacgatgect gtagcaatgg
181 caacaacgtt gcgcaaacta ttaactggceg aactacttac tctagettcc cggcaacaat
241 taatagactg gatggaggcg gataaagttg caggaccact tctgegeteg geecttecgg
301 ctggctggtt tattgctgat aaatctggag ccggtgageg tgggtetege ggtatcattg

361 cagcactggg gccagatggt aagccctecc gtatcgtagt tatctacacg acggggagtc



421 aggcaactat ggatgaacga aatagacaga tcgctgagat aggtgectca ctgattaage
481 attggtaact gtcagaccaa gtttactcat atatacttta gattgattta aaacttcatt

541 tttaatttaa aaggatctag gtgaagatcc tttttgataa tctcatgacc aaaatccctt

601 aacgtgagtt ttcgttccac tgagegtcag accccgtaga aaagatcaaa ggatcttctt

661 gagatccttt ttttctgege gtaatctget gettgcaaac aaaaaaacca ccgetaccag

721 cggtggtttg tttgecggat caagagctac caactctttt tccgaaggta actggcettca

781 gcagagcgcea gataccaaat actgtccttc tagtgtagec gtagttagge caccacttca

841 agaactctgt agcaccgect acatacctcg ctctgetaat cctgttacca gtggetgetg

901 ccagtggcga taagtcgtgt cttaccgggt tggactcaag acgatagtta ccggataagg
961 cgcagcggtc gggetgaacg gggggttcgt gecacacagec cagettggag cgaacgacct
1021 acaccgaact gagataccta cagcgtgagce attgagaaag cgecacgctt cccgaaggga
1081 gaaaggcgga caggtatccg gtaagcggea gggtcggaac aggagagege acgagggage
1141 ttccaggggg aaacgcctgg tatctttata gtectgtegg gtttcgecac ctetgacttg

1201 agcgtcgatt tttgtgatgce tegtcagggg ggeggagect atggaaaaac gecageaacg
1261 cggccttttt acggttcctg gecttttget ggecttttge tcacatgtte tttcctgegt

1321 tatcccctga ttctgtggat aaccgtatta ccgectttga gtgagetgat accgetcgec

1381 gcagccgaac gaccgagegce agegagtcag tgagegagga ageggaagag cgetgecgge
1441 acctgtccta cgagttgcat gataaagaag acagtcataa gtgeggegac gatagtcatg
1501 ccececgegecec accggaagga getgactggg ttgaaggete tcaagggceat cggtcgacac
1561 agcagagatc cagtttggtt aatgggegeg cctcgacgtt gtcactgaag cgggaaggga
1621 ctggctgcta ttgggegaag tgecggggea ggatctectg tcatctcacc ttgetectge
1681 cgagaaagta tccatcatgg ctgatgcaat geggeggetg catacgcttg atccggetac
1741 ctgcccattc gaccaccaag cgaaacatcg catcgagega geacgtactc ggatggaage
1801 cggtcttgtc gatcaggatg atctggacga agagcatcag ggggatccge caccatggtg
1861 agcaagggcg aggagctgtt caccggggtg gtgeccatcc tggtcgaget ggacggegac
1921 gtaaacggcc acaagttcag cgtgtccgge gagggegagg gegatgecac ctacggeaag
1981 ctgaccctga agttcatctg caccaccgge aagetgececg tgeectggec caccctegtg
2041 accaccctga cctggggegt geagtgcttc geecgetace ccgaccacat gaagcageac

2101 gacttcttca agtccgecat geccgaagge tacgtccagg agegcaccat cttcttcaag



2161 gacgacggca actacaagac ccgegecgag gtaagtgtge tegettcgge ageacatata
2221 ctatgttgaa tgaggcttca tgtatgtaat agagatgtag agttagtgtg gaagaatagt

2281 tcaagattaa gaattcgcgg gactctgggg ttcgaaatga ccgaccaage gacgeccaac
2341 ctgccatcac gagatttcga ttccaccgec gecttctatg aaaggttggg cttcggaatc
2401 gttttccggg acgeeggetg gatgatccte cagegegggg atctcatget ggagttette
2461 gcccacccta gggggaggct aactgaaaca cggaaggaga caataccgga aggaacccge
2521 gctatgacgg caataaaaag acagaataaa acgcacggtg ttgggtegtt tgttcataaa
2581 cgeggggttc ggtcccaggg ctggeactct gtcgatacce caccgagacg ccattgggge
2641 caatacgccc gegtttctte cttttcceca ccccaccecc caagttcggg tgaaggecca
2701 gggctcgeag ccaacgtegg ggeggeagge cctgecatag cctcaggieg geegggtace
2761 tccaagtacc tcccgtacct taatattact tacttatcat ggtagettgg getggegtaa

2821 tagcgaagag gececgeaccg atcgecctte ccaacagttg cgecagectga atggegaatg
2881 gcaaattgta agcgttaata ttttgttaaa attcgcgtta aatttttgtt aaatcagctc

2941 attttttaac caataggccg aaatcggcaa aatcccttat aaatcaaaag aatagaccga
3001 gatagggttg agtgttgttc cagtttggaa caagagtcca ctattaaaga acgtggactc
3061 caacgtcaaa gggcgaaaaa ccgtctatca gggegatgge ccactacgtg aaccatcacc
3121 ctaatcaagt tttttggggt cgaggtgecg taaageacta aatcggaacc ctaaagggag
3181 cccecgattt agagcettgac ggggaaagec ggegaacgtg gegagaaagg aagggaagaa
3241 agcgaaagga gegggegcta gggegetgge aagtgtageg gtcacgctge gegtaaccac
3301 cacacccgec gegcttaatg cgecgctaca gggegegtca ggtggeactt ttcggggaaa
3361 tgtgcgegga acccctattt gtttattttt ctaaatacat tcaaatatgt atccgctcat

3421 gagacaataa ccctgataaa tgcttcaata atattgaaaa aggaagagta tgagtattca
3481 acatttcegt gtcgecctta tteecttttt tgeggceattt tgecttectg tttttgetca

3541 cccagaaacg ctggtgaaag taaaagatgce tgaagatcag ttgggtgeac gagtgggtta
3601 catcgaactg gatctcaaca gcggtaagat ccttgagagt tttcgecccg aagaacgttt
3661 tccaatgatg agcactttta aagttctget atgtggegeg gtattatcce gtattgacge

3721 cgggcaagag caactcggtc geegeataca ctattctcag aatgacttgg ttgagtactc
3781 accagtcaca gaaaagcatc ttacggatgg catgacagta agagaattat gcagtgetge

3841 ca



/1l

pRZ438

LOCUS pRZ438 3867 bp DNA circular SYN 22-AUG-2025

DEFINITION

ACCESSION pRZ438

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 3867)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
primer_bind 434..456

— )

/created_by="primer3"

/%GC="69.6"

/Tm="64.72"

/Hairpin="4.0"

/Primer-Dimer="4.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="GGGGTTCCGCGCACATTTCCCCG"
/Mismatches=0
/annotation_group="PrimerPlugin

Groupcf8ddb68-38ad-460d-b4f5-813b1c005994_urn:local:.:1365
731840203.183"



/label="JP313"
/SECDrawAs="Info only"

/SECName="JP313"

rep_origin  471..926

/created_by="User"

/label="phage f1 origin of replication"
/translation="TRPVAAH"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="phage f1 origin of replication"

primer_bind 980..1000

CDS

—

/created_by="primer3"

/%GC="57.1"

/Tm="56.74"

/Hairpin="3.0"

/Primer-Dimer="0.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="TCTTCGCTATTACGCCAGCCC"
/Mismatches=0
/annotation_group="PrimerPlugin
Group98f9b99e-9408-4564-8d05-995754f0fc42_urn:local
731840203.183"

/label="JP244"

/SECDrawAs="Info only"

/SECName="JP244"

complement(1062..1311)

:.:1365

/gene="Transcriptionally inactive DNA sequence (Promoter



filler)"
/codon_start=2
/SECDrawAs="Gene"
/SECStyleld=1

CDS 1326..1375
/gene="BD6-AS"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 1388..1416
/gene="Csanonical V1"
/SECDrawAs="Gene"
/SECStyleld=1

misc_feature 1419..1423
/ApEinfo_fwdcolor="#ffff00"
/ApEinfo_revcolor="green"
/vntifkey=21
/label="Acceptor\Site"
/SECDrawAs="Info only"
/SECName="Acceptor\Site"

misc_feature complement(1419..1423)

—

/created_by="primer3"
/annotation_group="13572421940353640000646bd98-feb1-491e-8
fb0-a8706067f01d"

/%GC="57.9"

/Tm="59.6"

/Hairpin_Tm="None"

/Self Dimer Tm="None"

/Sequence="TCCCATGTGAAGCCCTGTG"

/label="1st reverse primer"



/note="Geneious type: primer_bind_reverse"

/SECDrawAs="Info only"

/SECName=""1st reverse primer"

/SECDescr="Geneious type: primer_bind_reverse"
CDS 1419..1804

/created_by="User"

/label="ECFP"

/codon_start=2

/translation="TGEVRGRHPGEPHRAEGHRLQGGRQHPGAQAGVQRHQRQRLY
HR

RQAEERHQGQLQDPPQHRGRQRAARRPLPAEHPHRRRPRAAARQPLPEHPVQ
AEQRPQ

REARSHGPAGVRDRRRDHSRHGRAVQ"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="EC-Ex2"

misc_signal  1421..1425
/label="3" Acceptor\Site"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="3" Acceptor\Site"

source 1817..1987
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"""

CDS 1817..2266

/gene="HSV1-pA"



/label=HSV1-pA
/label=HSV1-pA CDS
/note="color: #cc0000; direction: RIGHT"

/codon_start=3

/translation="GTLGFEMTDQATPNLPSRDFDSTAAFYERLGFGIVFRDAGWMIL

QRGDLMLEFFAHPRGRLTETRKETIPEGTRAMTAIKRQNKTHGVGSFVHKRG
VRSQGW

HSVDTPPRRHWGQYARVSSFSPPHPPSSGEGPGLAANVGAAGPAIAS"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"
gene complement(join(3346..3867,1..339))
/created_by="User"

/label="AmpR"

/translation="MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAEDQLGARVGY

IELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGRRIHYSQN
DLVE

YSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAFLHNMGD
HVTRL

DRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDWMEAD
KVAGPL

LRSALPAGWFIADKSGAGERGSRGITAALGPDGKPSRIVVIYTTGSQATMDERN
RQIA

EIGASLIKHW"



/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

ORIGIN
1 atccgtaaga tgcttttctg tgactggtga gtactcaacc aagtcattct gagaatagtg

61 tatgcggega ccgagttget cttgeccgge gtcaatacgg gataataccg cgecacatag
121 cagaacttta aaagtgctca tcattggaaa acgttcttcg gggcgaaaac tctcaaggat
181 cttaccgctg ttgagatcca gttcgatgta acccactcgt gcacccaact gatcttcage
241 atcttttact ttcaccagcg tttctgggtg agcaaaaaca ggaaggcaaa atgccgcaaa
301 aaagggaata agggcegacac ggaaatgttg aatactcata ctcttccttt ttcaatatta
361 ttgaagcatt tatcagggtt attgtctcat gagcggatac atatttgaat gtatttagaa
421 aaataaacaa ataggggttc cgcgcacatt tccccgaaaa gtgecacctg acgegecctg
481 tagcggegea ttaagegegg cgggtgtggt ggttacgege agegtgaccg ctacacttge
541 cagcgcececta gegeecgcete ctttegcettt ctteecttec tttctcgeca cgttegeegg
601 ctttcceegt caagctctaa atcgggggct cectttaggg ttccgattta gtgetttacg
661 gcacctcgac cccaaaaaac ttgattaggg tgatggttca cgtagtggge catcgecctg
721 atagacggtt tttcgccctt tgacgttgga gtccacgttc tttaatagtg gactcttgtt
781 ccaaactgga acaacactca accctatctc ggtctattct tttgatttat aagggatttt
841 gtcgatttcg gectattggt taaaaaatga getgatttaa caaaaattta acgcgaattt
901 taacaaaata ttaacgctta caatttgcca ttcgecattc aggetgegea actgttggga
961 agggcegatcg gtgegggect cttcgctatt acgeccagecc aagctaccat gataagtaag
1021 taatattaag gtacgggagg tacttggagg taccctgcag gecctgatge tettcgteca
1081 gatcatcctg atcgacaaga ccggctteca tccgagtacg tgetegeteg atgegatgtt
1141 tcgcttggtg gtcgaatggg caggtagecg gatcaagegt atgcagecge cgeattgeat
1201 cagccatgat ggatactttc tcggcaggag caaggtgaga tgacaggaga tcctgeeecg
1261 gcacttcgcc caatagcage cagtcectte ccgettcagt gacaacgtcg aggegegecg
1321 aattcttaat cttgaactat tcttccacac taactcatca tctctattac atacacgggg
1381 atgggggtac taacttcgag tcttcttttt ttttttatca caggtgaagt tcgagggega

1441 caccctggtg aaccgcatcg agctgaaggg catcgacttc aaggaggacg geaacatcct



1501 ggggcacaag ctggagtaca acgccatcag cgacaacgtc tatatcaccg ccgacaagca
1561 gaagaacggc atcaaggcca acttcaagat ccgccacaac atcgaggacg geagegtgea
1621 gctcgecgac cactaccage agaacaccce catcggegac ggeccegtge tgetgeecga
1681 caaccactac ctgagcaccc agtccaagct gagcaaagac cccaacgaga agegegatca
1741 catggtcctg ctggagttcg tgaccgecge cgggatcact ctcggeatgg acgagetgta
1801 caagtaaacc ggtccagegg gactctaggg ttcgaaatga ccgaccaage gacgeccaac
1861 ctgccatcac gagatttcga ttccaccgec gecttctatg aaaggttggg cttcggaatc
1921 gttttccggg acgecggcetg gatgatccte cagegegggg atctcatget ggagttette
1981 gcccacccta gggggaggct aactgaaaca cggaaggaga caataccgga aggaacccge
2041 gctatgacgg caataaaaag acagaataaa acgcacggtg ttgggtcgtt tgttcataaa
2101 cgeggggttc ggtcccaggg ctggeactct gtcgatacce caccgagacg ccattgggge
2161 caatacgccc gegtttctte cttttcceca ccccaccecc caagttcggg tgaaggecca
2221 gggctcgeag ccaacgtcgg ggeggeagge cctgecatag cctcageteg agtatgtcga
2281 ccgatgcecct tgagagcectt caacccagtc agetecttee ggtgggegeg gggeatgact
2341 atcgtcgecg cacttatgac tgtcttcttt atcatgcaac tcgtaggaca ggtgecggea
2401 gegctcttec gettectcge tcactgacte getgegeteg gtegttegge tgeggegage
2461 ggtatcagct cactcaaagg cggtaatacg gttatccaca gaatcagggg ataacgcagg
2521 aaagaacatg tgagcaaaag gccagcaaaa ggccaggaac cgtaaaaagg ccgegttgcet
2581 ggcgtttttc cataggctce geccccctga cgageatcac aaaaatcgac getcaagtea
2641 gaggtggcega aacccgacag gactataaag ataccaggeg tttcccectg gaageteect
2701 cgtgegctct cctgttccga cectgecgcet taccggatac ctgteegect tteteectte

2761 gggaagcgtg gegctttcte aatgetcacg ctgtaggtat ctcagttcgg tgtaggtegt
2821 tcgctccaag ctgggetgtg tgcacgaacc cceegttcag cccgaccgcet gegecttate
2881 cggtaactat cgtcttgagt ccaacccggt aagacacgac ttatcgecac tggeageage
2941 cactggtaac aggattagca gagcgaggta tgtaggcggt getacagagt tettgaagtg
3001 gtggcctaac tacggctaca ctagaaggac agtatttggt atctgegete tgetgaagec
3061 agttaccttc ggaaaaagag ttggtagctc ttgatccgge aaacaaacca ccgetggtag
3121 cggtggtttt tttgtttgca agcagcagat tacgcgcaga aaaaaaggat ctcaagaaga

3181 tcctttgatc ttttctacgg ggtctgacge tcagtggaac gaaaactcac gttaagggat



3241 tttggtcatg agattatcaa aaaggatctt cacctagatc cttttaaatt aaaaatgaag
3301 ttttaaatca atctaaagta tatatgagta aacttggtct gacagttacc aatgcttaat
3361 cagtgaggca cctatctcag cgatctgtct atttcgttca tccatagttg cctgactccc
3421 cgtegtgtag ataactacga tacgggaggg cttaccatct ggecccagtg ctgeaatgat
3481 accgcgagac ccacgctcac cggetccaga tttatcagea ataaaccage cagecggaag
3541 ggccgagege agaagtggte ctgeaacttt atccgectee atccagtcta ttaattgttg
3601 ccgggaagct agagtaagta gttcgecagt taatagtttg cgcaacgttg ttgecattgce
3661 tacaggcatc gtggtgtcac getegtegtt tggtatgget tcattcaget ccggttecca
3721 acgatcaagg cgagttacat gatcccccat gttgtgcaaa aaageggtta getecttegg
3781 tcctecgate gttgtcagaa gtaagttgge cgeagtgtta tcactcatgg ttatggcage
3841 actgcataat tctcttactg tcatgec

/1l

pRZ502

LOCUS pRZ502 4847 bp DNA circular SYN 02-NOV-2025

DEFINITION

ACCESSION pRZ502

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 4847)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
rep_origin  259..714
/direction=RIGHT

/label=phage f1 origin of replication



#cc0000"

source

source

CDS

CDS

man

/note="/created_by=""User
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:

433..847
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""

842..847
/organism="synthetic DNA construct"
/mol_type="other DNA"
/note="color: #ffffff"
/SECDrawAs="Info only"
/SECName="color""
/SECDescr="color: #ffffff"

850..2054
/gene="hUbCp"
/product="Ubiquitin-C promoter"
/SECDrawAs="Gene"
/SECStyleld=1

2074..2082
/gene="KOZAK"

/SECDrawAs="Gene"



CDS

source

source

CDS

gene

/SECStyleld=1
2080..2568
/gene="hIL15"
/SECDrawAs="Gene"
/SECStyleld=1
2570..2573

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"'
join(2574..4847,1..432)

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"
2585..3034
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/note="color: #cc0000; direction: RIGHT"
/translation="AGL"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"
complement(join(4114..4847,1..127))
/label=AmpR

man

/note="/created_by=""User



/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR

RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"""

/mote="color: #cc0000; direction: LEFT"

/translation="MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAEDQLGARVGY

IELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGRRIHYSQN
DLVE

YSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAFLHNMGD
HVTRL

DRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDWMEAD
KVAGPL

LRSALPAGWFIADKSGAGERGSRGITAALGPDGKPSRIVVIYTTGSQATMDERN
RQIA

EIGASLIKHW"
/SECDrawAs="Gene"
/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ



LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW
MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

ORIGIN

1 ccactcgtge acccaactga tcttcagcat cttttacttt caccagegtt tctgggtgag

61 caaaaacagg aaggcaaaat gccgcaaaaa agggaataag ggegacacgg aaatgttgaa
121 tactcatact cttccttttt caatattatt gaagcattta tcagggttat tgtctcatga

181 gcggatacat atttgaatgt atttagaaaa ataaacaaat aggggttccg cgcacatttc

241 cccgaaaagt gecacctgac gegecctgta geggegceatt aagegeggeg ggtgtggtgg
301 ttacgcgcag cgtgaccgct acacttgeca gegeectage geccgetect ttegetttet
361 tcccttectt tctegecacg ttegeeggct ttcccegtea agetctaaat cgggggetec

421 ctttagggtt ccgatttagt getttacgge acctcgaccc caaaaaactt gattagggtg

481 atggttcacg tagtgggcca tcgecctgat agacggtttt tcgecctttg acgttggagt

541 ccacgttctt taatagtgga ctcttgttcc aaactggaac aacactcaac cctatctcgg

601 tctattcttt tgatttataa gggattttge cgatttcggce ctattggtta aaaaatgage

661 tgatttaaca aaaatttaac gcgaatttta acaaaatatt aacgcttaca atttgccatt

721 cgccattcag getgegeaac tgttgggaag ggegateggt gegggectct tegetattac
781 gccageccaa getaccatga taagtaagta atattaaggt acgggaggta cttggaggta
841 ccctgraggg cgeegggttt tggegectee cgegggegec cccctectca cggegagege
901 tgccacgtca gacgaagggce geagegageg tectgatect tccgecegga cgetcaggac
961 agcggceeegc tgetcataag actcggectt agaaccccag tatcagcaga aggacatttt
1021 aggacgggac ttgggtgact ctagggcact ggttttcttt ccagagageg gaacaggcega
1081 ggaaaagtag tcccttctcg gegattctge ggagggatct cegtggggeg gtgaacgecg
1141 atgattatat aaggacgcgce cgggtgtgge acagctagtt ccgtegeage cgggatttgg
1201 gtcgeggtte ttgtitgtgg atcgetgtga tegteacttg gtgagtageg ggetgetggg
1261 ctggeegggg ctttcgtgge cgeegggecg cteggtggga cggaagegtg tggagagacc



1321 gccaagggct gtagtctggg tccgegagea aggttgecct gaactggggg tiggggggag
1381 cgcagcaaaa tggcggcetgt tcccgagtct tgaatggaag acgcttgtga ggegggetgt
1441 gaggtcgttg aaacaaggtg gggggcatgg tgggeggraa gaacccaagg tettgaggec
1501 ttcgctaatg cgggaaagct cttattcggg tgagatggge tggggcacca tetggggacc
1561 ctgacgtgaa gtttgtcact gactggagaa ctcggtttgt cgtctgttge gggggeggea
1621 gttatggegg tgecgttggg cagtgeaccce gtacctitgg gagegegege cctegtegtg
1681 tcgtgacgtc acccgttctg ttggcttata atgcagggtg gggecacctg ccggtaggtg
1741 tgcggtaggc ttttctecgt cgeaggacge agggttcggg cctagggtag getctectga
1801 atcgacaggc geeggacctc tggtgagggg agggataagt gaggegtcag tttetitggt
1861 cggttttatg tacctatctt cttaagtagc tgaagctccg gttttgaact atgegetcgg

1921 ggttggcgag tgtgttttgt gaagtttttt aggcaccttt tgaaatgtaa tcatttgggt

1981 caatatgtaa ttttcagtgt tagactagta aattgtccgc taaattctgg ccgtttttgg

2041 cttttttgtt agacggegeg ccgatccacc ggtgecacca tgagaatttc gaaaccacat
2101 ttgagaagta tttccatcca gtgctacttg tgtttacttc taaacagtca ttttctaact

2161 gaagctggca ttcatgtctt cattttgggce tgtttcagtg cagggcttce taaaacagaa
2221 gccaactggg tgaatgtaat aagtgatttg aaaaaaattg aagatcttat tcaatctatg

2281 catattgatg ctactttata tacggaaagt gatgttcacc ccagttgcaa agtaacagca
2341 atgaagtgct ttctcttgga gttacaagtt atttcacttg agtccggaga tgcaagtatt

2401 catgatacag tagaaaatct gatcatccta gcaaacaaca gtttgtcttc taatgggaat
2461 gtaacagaat ctggatgcaa agaatgtgag gaactggagg aaaaaaatat taaagaattt
2521 ttgcagagtt ttgtacatat tgtccaaatg ttcatcaaca cttcttgagg atccaagctt

2581 gtaagcggga ctctagggtt cgaaatgacc gaccaagega cgeccaacct gecatcacga
2641 gatttcgatt ccaccgecgc cttctatgaa aggttgggct tcggaatcgt tttccgggac
2701 geeggetgga tgatccteca gegeggggat cteatgetgg agttettcge ccaccctagg
2761 gggaggctaa ctgaaacacg gaaggagaca ataccggaag gaacccgege tatgacggea
2821 ataaaaagac agaataaaac gcacggtgtt gggtcgtttg ttcataaacg cggggticgg
2881 tcccagggct ggeactctgt cgatacccca ccgagacgcec attggggeca atacgeccge
2941 gtttcttect tttccccacce ccacceccca agttcgggtg aaggeccagg getcgeagec

3001 aacgtcgggg cggraggcecc tgecatagec tcagetcgag tatgtcgace gatgeccttg



3061 agagccttca acccagtcag ctecttcegg tgggegeggg geatgactat cgtegeegea
3121 cttatgactg tcttctttat catgcaactc gtaggacagg tgecggeage getcttccge
3181 ttcctegete actgactege tgegeteggt cgtteggetg cggegagegg tatcagetca
3241 ctcaaaggcg gtaatacggt tatccacaga atcaggggat aacgcaggaa agaacatgtg
3301 agcaaaaggc cagcaaaagg ccaggaaccg taaaaaggec gegttgetgg cgtttttcca
3361 taggctccge ccecectgacg ageatcacaa aaatcgacgce tcaagtcaga ggtggegaaa
3421 cccgacagga ctataaagat accaggegtt tcccectgga ageteecteg tgegetetec
3481 tgttccgacc ctgeegctta ccggatacct gtecgecttt cteecttegg gaagegtgge
3541 gctttctcaa tgctcacgct gtaggtatct cagttcggtg taggtegttc getccaaget
3601 gggctgtgtg cacgaacccc ccgttcagee cgaccgctge gecttatecg gtaactateg
3661 tcttgagtcc aacccggtaa gacacgactt atcgecactg gecagcagceca ctggtaacag
3721 gattagcaga gcgaggtatg taggeggtgc tacagagttc ttgaagtggt ggectaacta
3781 cggctacact agaaggacag tatttggtat ctgcgctctg ctgaagcecag ttaccttcgg
3841 aaaaagagtt ggtagctctt gatccggcaa acaaaccacc getggtageg gtggtttttt
3901 tgtttgcaag cagcagatta cgcgcagaaa aaaaggatct caagaagatc ctttgatctt
3961 ttctacgggg tctgacgctc agtggaacga aaactcacgt taagggattt tggtcatgag
4021 attatcaaaa aggatcttca cctagatcct tttaaattaa aaatgaagtt ttaaatcaat

4081 ctaaagtata tatgagtaaa cttggtctga cagttaccaa tgcttaatca gtgaggcacc
4141 tatctcagcg atctgtctat ttcgttcatc catagttgec tgactccecg tegtgtagat

4201 aactacgata cgggagggct taccatctgg ccccagtget geaatgatac cgegagacce
4261 acgctcaccg getccagatt tatcagcaat aaaccageca gecggaaggg ccgagegeag
4321 aagtggtcct gcaactttat ccgectecat ccagtctatt aattgttgec gggaagctag
4381 agtaagtagt tcgccagtta atagtttgeg caacgttgtt gccattgeta caggceatcgt
4441 ggtgtcacgc tcgtegtttg gtatggctte attcagetce ggttcccaac gatcaaggeg
4501 agttacatga tcccccatgt tgtgcaaaaa ageggttage tecttcggte ctcegategt
4561 tgtcagaagt aagttggecg cagtgttatc actcatggtt atggcagcac tgcataattc
4621 tcttactgtc atgccatccg taagatgctt ttctgtgact ggtgagtact caaccaagtc
4681 attctgagaa tagtgtatgc ggegaccgag ttgetcttge ccggegtcaa tacgggataa

4741 taccgcgeca catagcagaa ctttaaaagt getcatcatt ggaaaacgtt cttcggggcg



4801 aaaactctca aggatcttac cgctgttgag atccagttcg atgtaac

/1l

pKRECFP

LOCUS pKRECFP 4458 bp DNA circular SYN 22-AUG-2025
DEFINITION CMVp-ECFP control plasmid
ACCESSION pKRECFP

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown

Unclassified.

REFERENCE 1 (bases 1 to 4458)
AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

COMMENT SECNOTES|
FEATURES Location/Qualifiers
primer_bind 434..456

— )

/created_by="primer3"

/%GC="69.6"

/Tm="64.72"

/Hairpin="4.0"

/Primer-Dimer="4.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="GGGGTTCCGCGCACATTTCCCCG"

/Mismatches=0

/annotation_group="PrimerPlugin



Groupcf8ddb68-38ad-460d-b4{f5-813b1c005994_urn:local:.:1365
731840203.183"
/label="JP313"
/SECDrawAs="Info only"
/SECName="JP313"
rep_origin  471..926
/created_by="User"
/label="phage f1 origin of replication"
/translation="TRPVAAH"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="phage f1 origin of replication"
primer_bind 980..1000

—

/created_by="primer3"

/%GC="57.1"

/Tm="56.74"

/Hairpin="3.0"

/Primer-Dimer="0.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="TCTTCGCTATTACGCCAGCCC"
/Mismatches=0
/annotation_group="PrimerPlugin
Group98f9b99e-9408-4564-8d05-995754f0fc42_urn:local:.: 1365
731840203.183"

/label="JP244"

/SECDrawAs="Info only"

/SECName="JP244"



CDS 1062..1651
/gene="CMVp"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 1615..1621
/gene="TATA box"
/product="From CMVp"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 1665..1670
/gene="KOZAK"
/SECDrawAs="Gene"
/SECStyleld=1

CDS 1671..2387
/created_by="User"
/label="ECFP"

/codon_start=3

/translation="GEQGRGAVHRGGAHPGRAGRRRKRPQVQRVRRGRGRCHLRQA
DP

EVHLHHRQAARALAHPRDHPDLGRAVLRPLPRPHEAARLLQVRHARRLRPG
AHHLLQG

RRQLQDPRRGEVRGRHPGEPHRAEGHRLQGGRQHPGAQAGVQRHQRQRLY
HRRQAEER

HQGQLQDPPQHRGRQRAARRPLPAEHPHRRRPRAAARQPLPEHPVQAEQRPQ
REARSH

GPAGVRDRRRDHSRHGRAVQ"
/SECDrawAs="Gene"

/SECStyleId=1



/SECName="ECFP"

CDS 2408..2857
/gene="HSV1-pA"
/label="HSV1-pA CDS"
/translation="AGL"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"

gene complement(join(3937..4458,1..339))
/created_by="User"

/label="AmpR"

/translation="MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAEDQLGARVGY

IELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGRRIHYSQN
DLVE

YSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAFLHNMGD
HVTRL

DRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDWMEAD
KVAGPL

LRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATMDERN
RQIA

EIGASLIKHW"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="AmpR"
ORIGIN
1 atccgtaaga tgcttttctg tgactggtga gtactcaacc aagtcattct gagaatagtg

61 tatgcggega ccgagttget cttgececgge gtcaatacgg gataataccg cgecacatag



121 cagaacttta aaagtgctca tcattggaaa acgttcttcg gggcgaaaac tctcaaggat
181 cttaccgctg ttgagatcca gttcgatgta acccactcgt gcacccaact gatcttcage

241 atcttttact ttcaccagcg tttctgggtg agcaaaaaca ggaaggcaaa atgccgeaaa
301 aaagggaata agggcgacac ggaaatgttg aatactcata ctcttccttt ttcaatatta

361 ttgaagcatt tatcagggtt attgtctcat gagcggatac atatttgaat gtatttagaa

421 aaataaacaa ataggggttc cgcgcacatt tccccgaaaa gtgecacctg acgegecctg
481 tagcggegea ttaagegegg cgggtgtggt ggttacgege agegtgaccg ctacacttge
541 cagcgcececta gegeecgcete ctttegcettt ctteecttec tttctcgeca cgttegeegg

601 ctttcceegt caagetctaa atcgggggct cectttaggg ttccgattta gtgetttacg

661 gcacctcgac cccaaaaaac ttgattaggg tgatggttca cgtagtggge catcgecctg
721 atagacggtt tttcgccctt tgacgttgga gtccacgttc tttaatagtg gactcttgtt

781 ccaaactgga acaacactca accctatctc ggtctattct tttgatttat aagggatttt

841 gtcgatttcg gectattggt taaaaaatga getgatttaa caaaaattta acgcgaattt

901 taacaaaata ttaacgctta caatttgcca ttcgecattc aggetgegea actgttggga

961 agggcgatcg gtgegggect cttcgetatt acgeccagecc aagctaccat gataagtaag
1021 taatattaag gtacgggagg tacttggagg taccctgceag gtagttatta atagtaatca
1081 attacggggt cattagttca tagcccatat atggagttcc gegttacata acttacggta
1141 aatggcecgce ctggetgacc geccaacgac ccccgeccat tgacgtcaat aatgacgtat
1201 gttcccatag taacgccaat agggactttc cattgacgtc aatgggtgga gtatttacgg
1261 taaactgccc acttggcagt acatcaagtg tatcatatgc caagtacgcc ccctattgac
1321 gtcaatgacg gtaaatggcc cgectggeat tatgeccagt acatgacctt atgggacttt
1381 cctacttggc agtacatcta cgtattagtc atcgctatta ccatggtgat geggttttgg
1441 cagtacatca atgggcgtgg atageggttt gactcacggg gatttccaag tctccacccc
1501 attgacgtca atgggagttt gttttggcac caaaatcaac gggactttcc aaaatgtcgt
1561 aacaactccg ccccattgac geaaatggge ggtaggegtg tacggtggga ggtctatata
1621 agcagagctg gtttagtgaa ccgtcagatc cggegegeca getcgecacc atggtgagea
1681 agggcgagga getgttcacc ggggtggtge ccatcctggt cgagetggac ggegacgtaa
1741 acggccacaa gttcagegtg tccggegagg gegagggega tgecacctac ggeaagetga

1801 ccctgaagtt catctgcacc accggeaage tgeecgtgec ctggeccacc ctegtgacca



1861 ccctgacctg gggegtgeag tgettcgecc getaccecga ccacatgaag cageacgact
1921 tcttcaagtc cgecatgecc gaaggctacg tccaggageg caccatctte ttcaaggacg
1981 acggcaacta caagacccge gecgaggtga agttcgaggg cgacaccctg gtgaaccgea
2041 tcgagctgaa gggcatcgac ttcaaggagg acggcaacat cctggggeac aagetggagt
2101 acaacgccat cagcgacaac gtctatatca ccgecgacaa gecagaagaac ggeatcaagg
2161 ccaacttcaa gatccgcecac aacatcgagg acggeagegt gecagetcgec gaccactacc
2221 agcagaacac ccccatcgge gacggececcg tgetgetgee cgacaaccac tacctgagea
2281 cccagtccaa getgagcaaa gaccccaacg agaagegega tcacatggte ctgetggagt
2341 tcgtgaccge cgeegggatc actctcggea tggacgagcet gtacaagtaa aggatccaag
2401 cttgtaagcg ggactctagg gttcgaaatg accgaccaag cgacgceccaa cctgecatca
2461 cgagatttcg attccaccge cgecttctat gaaaggttgg gettcggaat cgttttcegg
2521 gacgceggct ggatgatect ccagegeggg gatctcatge tggagttctt cgeccaccct
2581 agggggaggc taactgaaac acggaaggag acaataccgg aaggaacccg cgctatgacg
2641 gcaataaaaa gacagaataa aacgcacggt gttgggtcgt ttgttcataa acgeggggtt
2701 cggtccecagg getggeactc tgtcgatace ccaccgagac gecattgggg ccaatacgcc
2761 cgcgtttctt ccttttccece acceccaccec ccaagttcgg gtgaaggecc agggetegea
2821 gccaacgtcg gggeggragg ccctgecata gectcagete gagtatgteg accgatgecc
2881 ttgagagcct tcaacccagt cagcetectte cggtgggege ggggeatgac tatcgtegec
2941 gcacttatga ctgtcttctt tatcatgcaa ctcgtaggac aggtgecgge agegcetcttc
3001 cgcttccteg ctcactgact cgetgegete ggtegttcgg ctgeggegag cggtatcage
3061 tcactcaaag gcggtaatac ggttatccac agaatcaggg gataacgcag gaaagaacat
3121 gtgagcaaaa ggccagcaaa aggecaggaa ccgtaaaaag geegegttge tggegttttt
3181 ccataggctc cgeccccctg acgageatca caaaaatcga cgcetcaagtc agaggtggcg
3241 aaacccgaca ggactataaa gataccaggce gtttcccect ggaagcetecc tegtgegcetce
3301 tcctgttceg accctgecgc ttaccggata cctgtecgec tttcteectt cgggaagegt
3361 ggcgctttct caatgctcac getgtaggta tctcagticg gtgtaggteg ttcgetccaa
3421 gctgggcetgt gtgcacgaac cccecgttca geeegaccge tgegecttat ccggtaacta
3481 tcgtcttgag tccaacccgg taagacacga cttatcgeca ctggcageag ccactggtaa

3541 caggattagc agagcgaggt atgtaggegg tgctacagag ttcttgaagt ggtggectaa



3601 ctacggctac actagaagga cagtatttgg tatctgcgct ctgetgaagce cagttacctt
3661 cggaaaaaga gttggtagct cttgatccgg caaacaaacc accgetggta geggtggttt
3721 ttttgtttgc aagcagcaga ttacgcgcag aaaaaaagga tctcaagaag atcctttgat
3781 cttttctacg gggtctgacg ctcagtggaa cgaaaactca cgttaaggga ttttggtcat
3841 gagattatca aaaaggatct tcacctagat ccttttaaat taaaaatgaa gttttaaatc
3901 aatctaaagt atatatgagt aaacttggtc tgacagttac caatgcttaa tcagtgaggc
3961 acctatctca gegatctgtc tatttcgttc atccatagtt gectgactec ccgtegtgta
4021 gataactacg atacgggagg gcttaccatc tggecccagt getgcaatga taccgegaga
4081 cccacgctca ccggetccag atttatcage aataaaccag ccagecggaa gggeegageg
4141 cagaagtggt cctgcaactt tatccgectc catccagtct attaattgtt gecgggaage
4201 tagagtaagt agttcgccag ttaatagttt gcgcaacgtt gttgecattg ctacaggceat
4261 cgtggtgtca cgetegtegt ttggtatggce ttcattcage tccggttcce aacgatcaag
4321 gcgagttaca tgatccccca tgttgtgcaa aaaageggtt agetcctteg gtecteegat
4381 cgttgtcaga agtaagttgg ccgeagtgtt atcactcatg gttatggcag cactgcataa
44471 ttctcttact gtcatgec

/1l

pKRmKate2

LOCUS pKRmKate2 4463 bp DNA circular SYN 22-AUG-2025

DEFINITION

ACCESSION pKRmKate2

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 4463)

AUTHORS Self

JOURNAL Unpublished.



COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
source 1..352
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName="source""""
source 353..423
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""
CDS 426..1015
/gene="CMVp"
/SECDrawAs="Gene"
/SECStyleld=1
CDS 979..985
/gene="TATA box"
/product="From CMVp"
/SECDrawAs="Gene"
/SECStyleld=1
source 1018..1037
/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source""

misc_signal 1029..1034

/label=KOZAK



CDS

man

/note="/created_by=""User

/note="color: #cc0000; direction: RIGHT"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="KOZAK"

/SECDescr="/created_by=""User""color: #cc0000; direction
1038..1746

/gene="mKate2"

/SECDrawAs="Gene"

/SECStyleld=1

misc_feature 1750..1772

CDS

source

/created_by="User"
/label="linker"
/translation="PLATSVP"
/SECDrawAs="Region"
/SECStyleld=1
/SECName="linker"
1774..2223
/gene="HSV1-pA"
/label=HSV1-pA
/label=HSV1-pA CDS
/note="color: #cc0000; direction: RIGHT"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
/SECDescr="color: #cc0000; direction: RIGHT"
1774..2232

—n

/organism="synthetic DNA construct"

/mol_type="other DNA"

: RIGHT"



/SECDrawAs="Info only"
/SECName=""source""
source 2233..4463

—n

/organism="synthetic DNA construct"
/mol_type="other DNA"
/SECDrawAs="Info only"
/SECName=""source"

gene complement(3298..4158)
/label=AmpR

man

/note="/created_by=""User

/note="/translation=""MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAED

Q
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RI

HYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF
L

HNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLID

WMEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGS

QATMDERNR QIAEIGASLIKHW"""
/note="color: #cc0000; direction: LEFT"
/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

/SECDescr="/created_by=""User""/translation=""MSIQHFRVALIPFFAAFCLPVFA
HPETLVKVKDAEDQ
LGARVGYIELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGR
RIHYS
QNDLVEYSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAF



LHNMGD
HVTRLDRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDW

MEADKV
AGPLLRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATM
DERNR QIAEIGASLIKHW""color: #cc0000; direction: LEFT"

rep_origin  join(4290..4463,1..282)
/direction=RIGHT
/label=phage f1 origin of replication
/note="/created_by=""User"""
/note="/translation=""TRPVAAH"""
/note="color: #cc0000"
/translation="TRPVAAH"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="phage f1 origin of replication"

/SECDescr="/created_by=""User""/translation=""TRPVAAH""color:
#cc0000"

ORIGIN

1 gatttagtgc tttacggcac ctcgacccca aaaaacttga ttagggtgat ggttcacgta

61 gtgggccatc geectgatag acggtttttc geectttgac gttggagtce acgttcttta
121 atagtggact cttgttccaa actggaacaa cactcaaccc tatctcggtc tattcttttg
181 atttataagg gattttgccg atttcggect attggttaaa aaatgagctg atttaacaaa
241 aatttaacgc gaattttaac aaaatattaa cgcttacaat ttgccattcg ccattcagge
301 tgcgcaactg ttgggaaggg cgatcggtge gggectctte getattacge cageccaage
361 taccatgata agtaagtaat attaaggtac gggaggtact tggaggtacc cggecgecct
421 gcaggtagtt attaatagta atcaattacg gggtcattag ttcatagccc atatatggag
481 ttccgegtta cataacttac ggtaaatgge ccgectgget gaccgeccaa cgacccccge
541 ccattgacgt caataatgac gtatgttccc atagtaacgc caatagggac tttccattga
601 cgtcaatggg tggagtattt acggtaaact gcccacttgg cagtacatca agtgtatcat
661 atgccaagta cgccccctat tgacgtcaat gacggtaaat ggeccgectg geattatgec

721 cagtacatga ccttatggga ctttcctact tggcagtaca tctacgtatt agtcatcgct



781 attaccatgg tgatgcggtt ttggcagtac atcaatgggce gtggatageg gtttgactca

841 cggggatttc caagtctcca ccccattgac gtcaatggga gtttgttttg gcaccaaaat

901 caacgggact ttccaaaatg tcgtaacaac tccgeeccat tgacgcaaat gggeggtagg
961 cgtgtacggt gggaggtcta tataagcaga getggtttag tgaaccgtca gatceggege
1021 gccagctege caccatggtg tctaagggeg aagagcetgat taaggagaac atgcacatga
1081 agctgtacat ggagggcacc gtgaacaacc accacttcaa gtgcacatcc gagggcegaag
1141 gcaagccecta cgagggeacc cagaccatga gaatcaaggt ggtcgagggce ggecectctec
1201 ccttcgectt cgacatcctg getaccagcet tcatgtacgg cagcaaaacc ttcatcaacc
1261 acacccaggg catccccgac ttctttaage agtecttecc tgagggctte acatgggaga
1321 gagtcaccac atacgaagac gggggegtge tgaccgctac ccaggacacc agectccagg
1381 acggctgect catctacaac gtcaagatca gaggggtgaa cttcccatce aacggecctg
1441 tgatgcagaa gaaaacactc ggctgggagg cctccaccga gatgetgtac ccecgetgacg
1501 gcggcectgga aggeagaage gacatggecc tgaagetegt gggegggggc cacctgatct
1561 gcaacttgaa gaccacatac agatccaaga aacccgctaa gaacctcaag atgeccggeg
1621 tctactatgt ggacagaaga ctggaaagaa tcaaggagge cgacaaagag acctacgtcg
1681 agcagcacga ggtggctgtg gecagatact gegacctecec tagcaaactg gggeacaaac
1741 ttaattaagc ctctggecac atcggttect gecgegggac tetggggtic gaaatgaccg
1801 accaagcgac geccaacctg ccatcacgag atttcgattc caccgecgec ttctatgaaa
1861 ggttgggctt cggaatcgtt ttccgggacg ccggetggat gatcctccag cgeggggatc
1921 tcatgctgga gttcttcgece caccctaggg ggaggcetaac tgaaacacgg aaggagacaa
1981 taccggaagg aacccgegcet atgacggcaa taaaaagaca gaataaaacg cacggtgttg
2041 ggtcgtttgt tcataaacgc ggggttcggt cccagggetg geactctgte gataccccac
2101 cgagacgcca ttggggcecaa tacgecegeg tttettectt ttccccacce caccecccaa
2161 gttcgggtga aggeccaggg ctcgeageca acgteggggce ggeaggecct gecatagect
2221 caggtatgtc gaccgatgcc cttgagagcc ttcaacccag tcagetectt cecggtgggeg
2281 cggggceatga ctatcgtcge cgeacttatg actgtcttct ttatcatgea actcgtagga
2341 caggtgccgg cagegcetctt ccgcettecte getcactgac tegetgeget cggtegticg
2401 gctgeggega geggtatcag ctcactcaaa ggeggtaata cggttatcca cagaatcagg

2461 ggataacgca ggaaagaaca tgtgagcaaa aggccagceaa aaggecagga accgtaaaaa



2521 ggecegegttg ctggegtttt tccataggct ccgeccccct gacgageatc acaaaaatcg
2581 acgctcaagt cagaggtgge gaaacccgac aggactataa agataccagg cgtttccecc
2641 tggaagctcc ctegtgegcet ctectgttee gaccctgecg cttaccggat acctgtecge
2701 ctttcteect tcgggaageg tggegcttte tcaatgetca cgetgtaggt atctcagtte
2761 ggtgtaggtc gttcgceteca agetgggetg tgtgeacgaa ccecccgttc ageccgaccg
2821 ctgcgectta tccggtaact atcgtcttga gtccaacccg gtaagacacg acttatcgec
2881 actggcagca gecactggta acaggattag cagagcgagg tatgtaggeg gtgctacaga
2941 gttcttgaag tggtggecta actacggcta cactagaagg acagtatttg gtatctgege
3001 tctgctgaag ccagttacct tcggaaaaag agttggtagc tcttgatccg geaaacaaac
3061 caccgctggt agcggtggtt tttttgtitg caagcageag attacgcgea gaaaaaaagg
3121 atctcaagaa gatcctttga tcttttctac ggggtctgac getcagtgga acgaaaactc
3181 acgttaaggg attttggtca tgagattatc aaaaaggatc ttcacctaga tccttttaaa
3241 ttaaaaatga agttttaaat caatctaaag tatatatgag taaacttggt ctgacagtta

3301 ccaatgctta atcagtgagg cacctatctc agcgatctgt ctatttcgtt catccatagt
3361 tgcctgactc ccegtegtgt agataactac gatacgggag ggcttaccat ctggecccag
3421 tgctgcaatg ataccgcgag acccacgctc accggetcca gatttatcag caataaacca
3481 gccagecgga agggeegage geagaagtgg tectgeaact ttatccgect ccatccagte
3541 tattaattgt tgccgggaag ctagagtaag tagttcgeca gttaatagtt tgcgcaacgt
3601 tgttgccatt getacaggea tegtggtgte acgetegteg titggtatgg cttcattcag
3661 ctceggttee caacgatcaa ggegagttac atgatccccc atgttgtgea aaaaageggt
3721 tagctecttc ggtectecga tegttgtcag aagtaagitg gecgeagtgt tatcactcat
3781 ggttatggca geactgcata attctcttac tgtcatgeca tccgtaagat gettttetgt

3841 gactggtgag tactcaacca agtcattctg agaatagtgt atgcggegac cgagttgetc
3901 ttgcccggeg tcaatacggg ataataccgce gecacatage agaactttaa aagtgetcat
3961 cattggaaaa cgttcttcgg ggcgaaaact ctcaaggatc ttaccgctgt tgagatccag
4021 ttcgatgtaa cccactcgtg cacccaactg atcttcagea tettttactt tcaccagegt
4081 ttctgggtga gcaaaaacag gaaggcaaaa tgecgceaaaa aagggaataa gggegacacg
4141 gaaatgttga atactcatac tcttcctttt tcaatattat tgaagcattt atcagggtta

4201 ttgtctcatg agcggataca tatttgaatg tatttagaaa aataaacaaa taggggttcc



4261 gcgcacattt ccccgaaaag tgecacctga cgegecectgt ageggegceat taagegegge
4321 gggtgtggtg gttacgcgca gegtgaccgc tacacttgee agegecctag cgeecgetec
4381 tttegcttte tteecttect ttetegecac gttegeegge tttececgte aagetctaaa
4441 tcgggggctc cctttagggt tec

/1

pKREYFP

LOCUS pKREYFP 4446 bp DNA circular SYN 22-AUG-2025

DEFINITION

ACCESSION pKREYFP

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 4446)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
primer_bind 434..456

— )

/created_by="primer3"

/%GC="69.6"

/Tm="64.72"

/Hairpin="4.0"

/Primer-Dimer="4.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"

/DNTP_Concentration="0.0"

/Sequence="GGGGTTCCGCGCACATTTCCCCG"



/Mismatches=0
/annotation_group="PrimerPlugin
Groupcf8ddb68-38ad-460d-b4{f5-813b1c005994_urn:local:.:1365
731840203.183"
/label="JP313"
/SECDrawAs="Info only"
/SECName="JP313"
rep_origin  471..926
/created_by="User"
/label="phage f1 origin of replication"
/translation="TRPVAAH"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="phage f1 origin of replication"
primer_bind 980..1000

—

/created_by="primer3"

/%GC="57.1"

/Tm="56.74"

/Hairpin="3.0"

/Primer-Dimer="0.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="TCTTCGCTATTACGCCAGCCC"
/Mismatches=0
/annotation_group="PrimerPlugin
Group98f9b99e-9408-4564-8d05-995754f0fc42_urn:local:.: 1365
731840203.183"

/label="JP244"



CDS

CDS

CDS

CDS

CDS

gene

/SECDrawAs="Info only"
/SECName="JP244"
1062..1651
/gene="CMVp"
/SECDrawAs="Gene"
/SECStyleld=1
1615..1621
/gene="TATA box"
/product="From CMVp"
/SECDrawAs="Gene"
/SECStyleld=1
1666..1675
/gene="KOZAK"
/SECDrawAs="Gene"
/SECStyleld=1
1673..2374
/gene="EYFP"
/SECDrawAs="Gene"
/SECStyleld=1
2396..2845
/gene="HSV1-pA"
/label="HSV1-pA CDS"
/translation="AGL"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
complement(join(3925..4446,1..339))
/created_by="User"

/label="AmpR"



/translation="MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAEDQLGARVGY

IELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGRRIHYSQN
DLVE

YSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAFLHNMGD
HVTRL

DRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDWMEAD
KVAGPL

LRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATMDERN
RQIA

EIGASLIKHW"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

ORIGIN
1 atccgtaaga tgcttttctg tgactggtga gtactcaacc aagtcattct gagaatagtg

61 tatgcggega ccgagttget cttgeccgge gtcaatacgg gataataccg cgecacatag
121 cagaacttta aaagtgctca tcattggaaa acgttcttcg gggcgaaaac tctcaaggat
181 cttaccgctg ttgagatcca gttcgatgta acccactcgt gcacccaact gatcttcage
241 atcttttact ttcaccagcg tttctgggtg agcaaaaaca ggaaggcaaa atgccgeaaa
301 aaagggaata agggcegacac ggaaatgttg aatactcata ctcttccttt ttcaatatta
361 ttgaagcatt tatcagggtt attgtctcat gagcggatac atatttgaat gtatttagaa
421 aaataaacaa ataggggttc cgcgcacatt tccccgaaaa gtgecacctg acgegecctg
481 tagcggegea ttaagegegg cgggtgtggt ggttacgege agegtgaccg ctacacttge
541 cagcgcececta gegeecgcete ctttegcettt ctteecttec tttctcgeca cgttegeegg
601 ctttccecegt caagetctaa atcgggggct cectttaggg ttcegattta gtgetttacg
661 gcacctcgac cccaaaaaac ttgattaggg tgatggttca cgtagtggge catcgecctg

721 atagacggtt tttcgccctt tgacgttgga gtccacgttc tttaatagtg gactcttgtt



781 ccaaactgga acaacactca accctatctc ggtctattct tttgatttat aagggatttt

841 gtcgatttcg gectattggt taaaaaatga getgatttaa caaaaattta acgcgaattt

901 taacaaaata ttaacgctta caatttgcca ttcgecattc aggetgegea actgttggga

961 agggcgatcg gtgegggect cttcgctatt acgeccagecc aagctaccat gataagtaag
1021 taatattaag gtacgggagg tacttggagg taccctgcag gtagttatta atagtaatca
1081 attacggggt cattagttca tagcccatat atggagttcc gegttacata acttacggta
1141 aatggcecgce ctggetgacc geccaacgac ccccgeccat tgacgtcaat aatgacgtat
1201 gttcccatag taacgccaat agggactttc cattgacgtc aatgggtgga gtatttacgg
1261 taaactgccc acttggcagt acatcaagtg tatcatatgc caagtacgcc ccctattgac
1321 gtcaatgacg gtaaatggcc cgectggeat tatgeccagt acatgacctt atgggacttt
1381 cctacttggc agtacatcta cgtattagtc atcgctatta ccatggtgat geggttttgg

1441 cagtacatca atgggcgtgg atageggttt gactcacggg gatttccaag tctccacccc
1501 attgacgtca atgggagttt gttttggcac caaaatcaac gggactttcc aaaatgtcgt
1561 aacaactccg ccccattgac geaaatggge ggtaggegtg tacggtggga ggtctatata
1621 agcagagctg gtttagtgaa ccgtcagatc cggggatcca ccggtcgeca ccatgageag
1681 cggcgcecctg ctgttccacg geaagatcec ctacgtggtg gagatggagg gegatgtgga
1741 tggccacacc ttcagcatcc geggtaaggg ctacggegat gecagegtgg geaaggtgga
1801 tgcccagttc atctgcacca ccggegatgt geeegtgecc tggageaccc tggtgaccac
1861 cctgacctac ggegeccagt gettcgecaa gtacggeccce gagetgaagg atttctacaa
1921 gagctgcatg cccgatgget acgtgeagga gegeaccatc accttcgagg gegatggeaa
1981 tttcaagacc cgcgecgagg tgaccttcga gaatggeage gtgtacaatc gegtgaagcet
2041 gaatggccag ggcttcaaga aggatggeca cgtgetggge aagaatctgg agttcaattt
2101 caccccccac tgectgtaca tctggggega tcaggecaat cacggectga agagegectt
2161 caagatctgc cacgagatcg ccggceagcaa gggegattte atcgtggecg atcacaccca
2221 gatgaatacc cccatcggeg geggeeccgt gecacgtgecce gagtaccacc acatgagceta
2281 ccacgtgaag ctgagcaagg atgtgaccga tcaccgcegat aatatgagec tgacggagac
2341 cgtgegegec gtggattgee geaagaccta cctgtaagaa ttcgcaagcet tgtaageggg
2401 actctagggt tcgaaatgac cgaccaagcg acgeccaacc tgecatcacg agatttcgat

2461 tccaccgecg cctictatga aaggttgggc ttcggaatceg ttttccggga cgecggetgg



2521 atgatcctce agegegggga tetcatgetg gagttettcg cccaccctag ggggaggeta
2581 actgaaacac ggaaggagac aataccggaa ggaacccgeg ctatgacgge aataaaaaga
2641 cagaataaaa cgcacggtgt tgggtegttt gttcataaac geggggticg gtcccaggge
2701 tggcactctg tcgataccce accgagacgc cattggggec aatacgeccg cgtttettece
2761 ttttccecac cccacceccc aagttcgggt gaaggeccag ggetcgeage caacgteggg
2821 geggeaggcc ctgecatage ctcagetcga gtatgtcgac cgatgecctt gagagectte
2881 aacccagtca gctectteeg gtgggegegg ggeatgacta tegtcgecgc acttatgact
2941 gtcttcttta tcatgcaact cgtaggacag gtgeeggeag cgcetcttecg cttecteget
3001 cactgactcg ctgcgetegg tegttcgget geggegageg gtatcagcete actcaaagge
3061 ggtaatacgg ttatccacag aatcagggga taacgcagga aagaacatgt gagcaaaagg
3121 ccagcaaaag gccaggaacc gtaaaaagge cgegttgetg gegtttttec ataggeteeg
3181 cccccctgac gagcatcaca aaaatcgacg ctcaagtcag aggtggegaa acccgacagg
3241 actataaaga taccaggcgt ttccecectgg aagetceecte gtgegcetcte ctgttecgac
3301 cctgeegett accggatacc tgtecgectt teteecttcg ggaagegtgg cgctttctca
3361 atgctcacgc tgtaggtatc tcagttcggt gtaggtegtt cgetccaage tgggetgtgt
3421 gcacgaaccc cccgttcage ccgaccgcetg cgecttatce ggtaactate gtettgagtc
3481 caacccggta agacacgact tatcgccact ggcagcagec actggtaaca ggattageag
3541 agcgaggtat gtaggcggtg ctacagagtt cttgaagtgg tggectaact acggctacac
3601 tagaaggaca gtatttggta tctgegctct getgaageca gttaccttcg gaaaaagagt
3661 tggtagctct tgatccggea aacaaaccac cgetggtage ggtggttttt ttgtttgcaa
3721 gcagcagatt acgcgcagaa aaaaaggatc tcaagaagat cctttgatct tttctacggg
3781 gtctgacgct cagtggaacg aaaactcacg ttaagggatt ttggtcatga gattatcaaa
3841 aaggatcttc acctagatcc ttttaaatta aaaatgaagt tttaaatcaa tctaaagtat

3901 atatgagtaa acttggtctg acagttacca atgcttaatc agtgaggcac ctatctcage
3961 gatctgtcta tttcgttcat ccatagttge ctgactcecc gtegtgtaga taactacgat

4021 acgggagggc ttaccatctg gecccagtge tgeaatgata ccgegagacc cacgetcacc
4081 ggctccagat ttatcagcaa taaaccagec agecggaagg gecgagegea gaagtggtec
4141 tgcaacttta tccgectcca tccagtctat taattgttge cgggaagcta gagtaagtag

4201 ttcgccagtt aatagtttge geaacgttgt tgecattget acaggeatcg tggtgtcacg



4261 ctcgtegttt ggtatggett cattcagetc cggttcccaa cgatcaagge gagttacatg
4321 atcccccatg ttgtgcaaaa aageggttag ctecttcggt cctccgateg ttgtcagaag
4381 taagttggcce geagtgttat cactcatggt tatggcagca ctgeataatt ctcttactgt
4441 catgcc
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pKRSirius

LOCUS pKRSirius_ 4452 bp DNA circular SYN 22-AUG-2025

DEFINITION

ACCESSION pKRSirius_

KEYWORDS

SOURCE  Unknown.

ORGANISM Unknown
Unclassified.

REFERENCE 1 (bases 1 to 4452)

AUTHORS Self

JOURNAL Unpublished.

COMMENT  SECID/File created by Clone Manager, Scientific & Educational
Software

FEATURES Location/Qualifiers
primer_bind 434..456

— )

/created_by="primer3"

/%GC="69.6"

/Tm="64.72"

/Hairpin="4.0"

/Primer-Dimer="4.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"

/DNTP_Concentration="0.0"

/Sequence="GGGGTTCCGCGCACATTTCCCCG"



/Mismatches=0
/annotation_group="PrimerPlugin
Groupcf8ddb68-38ad-460d-b4{f5-813b1c005994_urn:local:.:1365
731840203.183"
/label="JP313"
/SECDrawAs="Info only"
/SECName="JP313"
rep_origin  471..926
/created_by="User"
/label="phage f1 origin of replication"
/translation="TRPVAAH"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="phage f1 origin of replication"
primer_bind 980..1000

—

/created_by="primer3"

/%GC="57.1"

/Tm="56.74"

/Hairpin="3.0"

/Primer-Dimer="0.0"

/Monovalent_Salt Concentration="50.0"
/Divalent_Salt Concentration="0.0"
/DNTP_Concentration="0.0"
/Sequence="TCTTCGCTATTACGCCAGCCC"
/Mismatches=0
/annotation_group="PrimerPlugin
Group98f9b99e-9408-4564-8d05-995754f0fc42_urn:local:.: 1365
731840203.183"

/label="JP244"



CDS

CDS

CDS

CDS

CDS

gene

/SECDrawAs="Info only"
/SECName="JP244"
1062..1651
/gene="CMVp"
/SECDrawAs="Gene"
/SECStyleld=1
1615..1621
/gene="TATA box"
/product="From CMVp"
/SECDrawAs="Gene"
/SECStyleld=1
1659..1664
/gene="KOZAK"
/SECDrawAs="Gene"
/SECStyleld=1
1665..2384
/gene="Sirius"
/SECDrawAs="Gene"
/SECStyleld=1
2402..2851
/gene="HSV1-pA"
/label="HSV1-pA CDS"
/translation="AGL"
/SECDrawAs="Gene"
/SECStyleld=1
/SECName="HSV1-pA"
complement(join(3931..4452,1..339))
/created_by="User"

/label="AmpR"



/translation="MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAEDQLGARVGY

IELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGRRIHYSQN
DLVE

YSPVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAFLHNMGD
HVTRL

DRWEPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDWMEAD
KVAGPL

LRSALPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATMDERN
RQIA

EIGASLIKHW"

/SECDrawAs="Gene"

/SECStyleld=1

/SECName="AmpR"

ORIGIN
1 atccgtaaga tgcttttctg tgactggtga gtactcaacc aagtcattct gagaatagtg

61 tatgcggega ccgagttget cttgeccgge gtcaatacgg gataataccg cgecacatag
121 cagaacttta aaagtgctca tcattggaaa acgttcttcg gggcgaaaac tctcaaggat
181 cttaccgctg ttgagatcca gttcgatgta acccactcgt gcacccaact gatcttcage
241 atcttttact ttcaccagcg tttctgggtg agcaaaaaca ggaaggcaaa atgccgeaaa
301 aaagggaata agggcegacac ggaaatgttg aatactcata ctcttccttt ttcaatatta
361 ttgaagcatt tatcagggtt attgtctcat gagcggatac atatttgaat gtatttagaa
421 aaataaacaa ataggggttc cgcgcacatt tccccgaaaa gtgecacctg acgegecctg
481 tagcggegea ttaagegegg cgggtgtggt ggttacgege agegtgaccg ctacacttge
541 cagcgcececta gegeecgcete ctttegcettt ctteecttec tttctcgeca cgttegeegg
601 ctttccecegt caagetctaa atcgggggct cectttaggg ttcegattta gtgetttacg
661 gcacctcgac cccaaaaaac ttgattaggg tgatggttca cgtagtggge catcgecctg

721 atagacggtt tttcgccctt tgacgttgga gtccacgttc tttaatagtg gactcttgtt



781 ccaaactgga acaacactca accctatctc ggtctattct tttgatttat aagggatttt

841 gtcgatttcg gectattggt taaaaaatga getgatttaa caaaaattta acgcgaattt

901 taacaaaata ttaacgctta caatttgcca ttcgecattc aggetgegea actgttggga

961 agggcgatcg gtgegggect cttcgctatt acgeccagecc aagctaccat gataagtaag
1021 taatattaag gtacgggagg tacttggagg taccctgcag gtagttatta atagtaatca
1081 attacggggt cattagttca tagcccatat atggagttcc gegttacata acttacggta

1141 aatggcecgce ctggetgacc geccaacgac ccccgeccat tgacgtcaat aatgacgtat
1201 gttcccatag taacgccaat agggactttc cattgacgtc aatgggtgga gtatttacgg
1261 taaactgccc acttggcagt acatcaagtg tatcatatgc caagtacgcc ccctattgac
1321 gtcaatgacg gtaaatggcc cgectggeat tatgeccagt acatgacctt atgggacttt
1381 cctacttggc agtacatcta cgtattagtc atcgctatta ccatggtgat geggttttgg

1441 cagtacatca atgggcgtgg atageggttt gactcacggg gatttccaag tctccacccc
1501 attgacgtca atgggagttt gttttggcac caaaatcaac gggactttcc aaaatgtcgt
1561 aacaactccg ccccattgac geaaatggge ggtaggegtg tacggtggga ggtctatata
1621 agcagagctg gtttagtgaa ccgtcagatc cgggatccge caccatggtg agcaagggcg
1681 aggagctgtt caccggggtg gtgeccatec tggtcgaget ggacggegac gtaaacggec
1741 acaggttcag cgtgtccgge gagggegagg gegatgecac ctacggcaag ctgaccctga
1801 agctcatctg caccaccgge aagctgeecg tgeectggec caccctegtg accaccctge
1861 aattcggcegt getgtgettc geeccgetace ccgaccacat gaagcageac gacttcttca
1921 agtccgecat geccgaagge tacgtccagg agegtaccat cttcttcaag gacgacggea
1981 actacaagac ccgcgecgag gtgaagttcg agggcegacac cctggtgaac cgeatcgage
2041 tgaagggcat cgacttcaag gaggacggca acatcctggg geacaagetg gagtacaacg
2101 ggataagctc aaacgtatat atcaccgccg acaagcagaa gaacggceatc aaggeccact
2161 tcaagatccg ccacaacatc gaggacggeg gegtgeaget cgecgaccac taccagcaga
2221 acacccccat cggegacgge cccgtgetge tgeccgacaa ccactacctg agegtecagt
2281 ccaagctgag caaagacccc aacgagaage gegatcacat ggtectgetg gagteegtga
2341 ccgeegeegg gatcactcte ggeatggacg agetgtacaa gtaagaattc caagcttgta
2401 agcgggactc tagggttcga aatgaccgac caagcgacgce ccaacctgec atcacgagat

2461 ttcgattcca ccgecgcectt ctatgaaagg ttgggeticg gaatcgtttt ccgggacgec



2521 ggctggatga tccteccageg cggggatcte atgetggagt tettcgecca cectaggggg
2581 aggctaactg aaacacggaa ggagacaata ccggaaggaa cccgegcetat gacggcaata
2641 aaaagacaga ataaaacgca cggtgttggg tcgtttgttc ataaacgcgg ggttcggtec
2701 cagggctggc actctgtega taccccaccg agacgecatt ggggecaata cgeccgegtt
2761 tcttectttt ccccacccca ccccccaagt tcgggtgaag geccaggget cgeagecaac
2821 gtcggggegg caggecctge catagectca getcgagtat gtcgaccgat geecttgaga
2881 gccttcaacc cagtcagctc cttecggtgg gegeggggea tgactatcgt cgecgeactt
2941 atgactgtct tctttatcat gcaactcgta ggacaggtge cggeagegct ctteegette
3001 ctcgctcact gactcgetge geteggtegt teggetgegg cgageggtat cagetcactc
3061 aaaggcggta atacggttat ccacagaatc aggggataac gcaggaaaga acatgtgage
3121 aaaaggccag caaaaggcca ggaaccgtaa aaaggecgeg ttgetggegt ttttccatag
3181 gctecegeccc cctgacgage atcacaaaaa tcgacgcetca agtcagaggt ggegaaacce
3241 gacaggacta taaagatacc aggcgtttcc ccctggaagce teectegtge getetectgt
3301 tccgaccctg cegettaccg gatacctgte cgectttete ccttcgggaa gegtggegct
3361 ttctcaatgc tcacgctgta ggtatctcag ttcggtgtag gtegttcget ccaagetggg
3421 ctgtgtgcac gaaccccccg ttcageccga ccgetgegec ttatccggta actategtct
3481 tgagtccaac ccggtaagac acgacttatc gecactggea geagecactg gtaacaggat
3541 tagcagagcg aggtatgtag geggtgctac agagttcttg aagtggtgge ctaactacgg
3601 ctacactaga aggacagtat ttggtatctg cgctctgetg aagecagtta ccttcggaaa
3661 aagagttggt agctcttgat ccggcaaaca aaccaccgct ggtageggtg gtttttttgt
3721 ttgcaagcag cagattacgc gcagaaaaaa aggatctcaa gaagatcctt tgatcttttc
3781 tacggggtct gacgctcagt ggaacgaaaa ctcacgttaa gggattttgg tcatgagatt
3841 atcaaaaagg atcttcacct agatcctttt aaattaaaaa tgaagtttta aatcaatcta

3901 aagtatatat gagtaaactt ggtctgacag ttaccaatgc ttaatcagtg aggcacctat
3961 ctcagcgatc tgtctatttc gttcatccat agttgectga ctceeegteg tgtagataac

4021 tacgatacgg gagggcttac catctggecc cagtgetgea atgataccge gagacccacg
4081 ctcaccggct ccagatttat cagcaataaa ccagccagec ggaagggecg agegcagaag
4141 tggtcctgea actttatccg cctecatcca gtctattaat tgttgecggg aagcetagagt

4201 aagtagttcg ccagttaata gtttgcgcaa cgttgttgec attgctacag geatcgtggt



/1l

4261 gtcacgctcg tcgtttggta tggcttcatt cagetccggt tcccaacgat caaggegagt
4321 tacatgatcc cccatgttgt gcaaaaaagc ggttagetec tteggtecte cgategttgt
4381 cagaagtaag ttggccgeag tgttatcact catggttatg gcagceactge ataattctct

4441 tactgtcatg cc






