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FEATURES   Location/Qualifiers 

  source    1..8807 
  /organism="synthetic DNA construct" 



  /mol_type="other DNA" 
  misc_feature    23..667 

  /label=CMV-LTR 
  misc_feature    720..856 

  /label=psi 
 /note="psi" 

  misc_feature    1337..1570 
  /label=RRE 
  /note="The Rev response element (RRE) of HIV-1 

allows for 
  Rev-dependent mRNA export from the nucleus to the 
  cytoplasm." 

  misc_feature    2062..2212 
  /label=cts 

  misc_feature    complement(2220..2301) 
  /label=Original TracrRNA 
  /label=chRNA backbone 

  gap     2303..2322 
  /estimated_length=20 

  misc_feature    complement(2324..2572) 
  /label=hU6 Promoter 

  CDS     complement(2581..2955) 
  /codon_start=1 
  /gene="ZeoR marker" 
  /label=ZeoR marker 

/translation="MAKLTSAVPVLTARDVAGAVEFWTDRLGFSRDFVEDDFAGVVRDD 

VTLFISAVQDQVVPDNTLAWVWVRGLDELYAEWSEVVSTNFRDASGPAMTEIGEQPWGR 
  EFALRDPAGNCVHFVAEEQD" 

  misc_feature    complement(2956..3033) 
  /label=EM7 

  misc_feature    3050..3082 
  /label=SBS3 

  gap     3083..3107 
  /estimated_length=25 

  misc_feature    complement(3108..3141) 
 /label=TruSeqR 

  misc_feature    3154..3451 
  /label=cU6-3 

  gap     3453..3472 
  /estimated_length=20 

  misc_feature    3473..3555 
  /label=Original TracrRNA 
  /label=chRNA backbone(1) 

  misc_feature    complement(3570) 
  /label=EcoRI 

  promoter      3592..4128 
  /label=mCMV 

  CDS     4137..4829 
  /codon_start=1 
  /label=ZsGreen 
  /note="ZsGreen" 



/translation="MAQSKHGLTKEMTMKYRMEGCVDGHKFVITGEGIGYPFKGKQAIN 

LCVVEGGPLPFAEDILSAAFMYGNRVFTEYPQDIVDYFKNSCPAGYTWDRSFLFEDGAV 

CICNADITVSVEENCMYHESKFYGVNFPADGPVMKKMTDNWEPSCEKIIPVPKQGILKG 

DVSMYLLLKDGGRLRCQFDTVYKAKSVPRKMPDWHFIQHKLTREDRSDAKNQKWHLTEH 
  AIASGSALP" 

  primer_bind   4137..4687 
 /label=seq.SFFVfw 

  primer_bind     4137..4202 
  /label=seq.ZsGrev 

  misc_feature    4830..4895 
  /label=P2A 

  CDS     4896..5492 
  /codon_start=1 
  /gene="pac from Streptomyces alboniger" 
  /product="puromycin N-acetyltransferase" 
  /label=PuroR 
  /note="confers resistance to puromycin" 

/translation="TEYKPTVRLATRDDVPRAVRTLAAAFADYPATRHTVDPDRHIERV 

TELQELFLTRVGLDIGKVWVADDGAAVAVWTTPESVEAGAVFAEIGSRMAKLSGSRLAA 

QQQMEGLLAPHRPKEPAWFLATVGVSPDHQGKGLGSAVVLPGVEAAERAGVPAFLETSA 
    PRNLPFYERLGFTVTADVEVPEGPRTWCMTRKPGA" 

  misc_feature    5510..6101 
  /label=WPRE 

    /note="WPRE" 
  misc_feature    6305..6540 

  /label=3'LTR 
  /note="3'LTR" 

  promoter        6634..6963 
  /label=SV40 

    /note="SV40;SV40 enhancer and early promoter" 
  rep_origin      complement(7052..7640) 

  /direction=LEFT 
  /label=ori 
  /note="high-copy-number ColE1/pMB1/pBR322/pUC origin 

of 
  replication" 

  CDS   complement(7811..8770) 
  /gene="bla" 
  /product="beta-lactamase" 
  /label=bla 
  /label=beta-lactamase 
  /note="AmpR;confers resistance to ampicillin, 
  carbenicillin, and related antibiotics" 

ORIGIN 
   1 gacggatcgg gagatcctcg cgcgttgaca ttgattattg actagttatt 

aatagtaatc 



    61 aattacgggg tcattagttc atagcccata tatggagttc cgcgttacat 
aacttacggt 

   121 aaatggcccg cctggctgac cgcccaacga cccccgccca ttgacgtcaa 
taatgacgta 

   181 tgttcccata gtaacgccaa tagggacttt ccattgacgt caatgggtgg 
agtatttacg 

   241 gtaaactgcc cacttggcag tacatcaagt gtatcatatg ccaagtacgc 
cccctattga 

   301 cgtcaatgac ggtaaatggc ccgcctggca ttatgcccag tacatgacct 
tatgggactt 

   361 tcctacttgg cagtacatct acgtattagt catcgctatt accagctagc 
gaggcgtggc 

   421 ctgggcggga ctggggagtg gcgagccctc agatcctgca tataagcagc 
tgctttttgc 

   481 ctgtactggg tctctctggt tagaccagat ctgagcctgg gagctctctg 
gctaactagg 

   541 gaacccactg cttaagcctc aataaagctt gccttgagtg cttcaagtag 
tgtgtgcccg 

   601 tctgttgtgt gactctggta actagagatc cctccgaccc ttttagtcag 
tgtggaaaat 

   661 ctctagcagt ggcgcccgaa cagggacttg aaagcgaaag ggaaaccaga 
ggagctctct 

   721 cgacgcagga ctcggcttgc tgaagcgcgc acggcaagag gcgaggggcg 
gcgactggtg 

   781 agtacgccaa aaattttgac tagcggaggc tagaaggaga gagatgggtg 
cgagagcgtc 

   841 agtattaagc gggggagaat tagatcgcga tgggaaaaaa ttcggttaag 
gccaggggga 

   901 aagaaaaaat ataaattaaa acatatagta tgggcaagca gggagctaga 
acgattcgca 

   961 gttaatcctg gcctgttaga aacatcagaa ggctgtagac aaatactggg 
acagctacaa 
     1021 ccatcccttc agacaggatc agaagaactt agatcattat ataatacagt 
agcaaccctc 
     1081 tattgtgtgc atcaaaggat agagataaaa gacaccaagg aagctttaga 
caagatagag 
     1141 gaagagcaaa acaaaagtaa gaccaccgca cagcaagcgg ccggccgctg 
atcttcagac 
     1201 ctggaggagg agatatgagg gacaattgga gaagtgaatt atataaatat 
aaagtagtaa 
     1261 aaattgaacc attaggagta gcacccacca aggcaaagag aagagtggtg 
cagagagaaa 
     1321 aaagagcagt gggaatagga gctttgttcc ttgggttctt gggagcagca 
ggaagcacta 
     1381 tgggcgcagc gtcaatgacg ctgacggtac aggccagaca attattgtct 
ggtatagtgc 
     1441 agcagcagaa caatttgctg agggctattg aggcgcaaca gcatctgttg 
caactcacag 
     1501 tctggggcat caagcagctc caggcaagaa tcctggctgt ggaaagatac 
ctaaaggatc 
     1561 aacagctcct ggggatttgg ggttgctctg gaaaactcat ttgcaccact 
gctgtgcctt 
     1621 ggaatgctag ttggagtaat aaatctctgg aacagatttg gaatcacacg 
acctggatgg 



     1681 agtgggacag agaaattaac aattacacaa gcttaataca ctccttaatt 
gaagaatcgc 
     1741 aaaaccagca agaaaagaat gaacaagaat tattggaatt agataaatgg 
gcaagtttgt 
     1801 ggaattggtt taacataaca aattggctgt ggtatataaa attattcata 
atgatagtag 
     1861 gaggcttggt aggtttaaga atagtttttg ctgtactttc tatagtgaat 
agagttaggc 
     1921 agggatattc accattatcg tttcagaccc acctcccaac cccgagggga 
cccgacaggc 
     1981 ccgaaggaat agaagaagaa ggtggagaga gagacagaga cagatccatt 
cgattagtga 
     2041 acggatctcg acggtatcgc ctttaaaaga aaagggggga ttggggggta 
cagtgcaggg 
     2101 gaaagaatag tagacataat agcaacagac atacaaacta aagaattaca 
aaaacaaatt 
     2161 acaaaaattc aaaattttcg ggtttattac agggacagca gagatccagt 
ttatcgataa 
     2221 aaaaaagcac cgactcggtg ccactttttc aagttgataa cggactagcc 
ttattttaac 
     2281 ttgctatttc tagctctaaa acnnnnnnnn nnnnnnnnnn nncggtgttt 
cgtcctttcc 
     2341 acaagatata taaagccaag aaatcgaaat actttcaagt tacggtaagc 
atatgatagt 
     2401 ccattttaaa acataatttt aaaactgcaa actacccaag aaattattac 
tttctacgtc 
     2461 acgtattttg tactaatatc tttgtgttta cagtcaaatt aattctaatt 
atctctctaa 
     2521 cagccttgta tcgtatatgc aaatatgaag gaatcatggg aaataggccc 
tcgcggccgc 
     2581 tcagtcctgc tcctcggcca cgaagtgcac gcagttgccg gccgggtcgc 
gcagggcgaa 
     2641 ctcccgcccc cacggctgct cgccgatctc ggtcatggcc ggcccggagg 
cgtcccggaa 
     2701 gttcgtggac acgacctccg accactcggc gtacagctcg tccaggccgc 
gcacccacac 
     2761 ccaggccagg gtgttgtccg gcaccacctg gtcctggacc gcgctgatga 
acagggtcac 
     2821 gtcgtcccgg accacaccgg cgaagtcgtc ctccacgaag tcccgggaga 
acccgagccg 
     2881 gtcggtccag aactcgaccg ctccggcgac gtcgcgcgcg gtgagcaccg 
gaacggcact 
     2941 ggtcaacttg gccatggtgg ccctcctata gtgagtcgta ttatactatg 
ccgatatact 
     3001 atgccgatga ttaattgtca acacgtgctg caggatccgc actacgcgta 
cactctttcc 
     3061 ctacacgacg ctcttccgat ctnnnnnnnn nnnnnnnnnn nnnnnnnaga 
tcggaagagc 
     3121 acacgtctga actccagtca cctcgagatt gtcgcgccgc cgctccttca 
ggcactgccg 
     3181 acgacagccc aggcggaggt cctgagcgcc ggcgctaaat ttgcataaag 
aactacccag 
     3241 gagccctcgc gcgcggaaac gggcaaaaag gggcttctaa tatggaaata 
ttacgccgaa 



     3301 tcgcgttaca aatcggctaa gcgggcctaa gagttaacaa gatgtgctat 
taagcggagc 
     3361 cttttggtgg gaagaaatgg agtagtcact gtgttctaaa agaacttgca 
gaatgagcct 
     3421 ttaaataccg cagtctcgat gctcttagtc ggnnnnnnnn nnnnnnnnnn 
nngttttaga 
     3481 gctagaaata gcaagttaaa ataaggctag tccgttatca acttgaaaaa 
gtggcaccga 
     3541 gtcggtgctt ttttttacta tctcagattg aattcatcgg tatacttggc 
atggcacgta 
     3601 tactgagtca ttagggactt tccaatgggt tttgcccagt acataaggtc 
aataggggtg 
     3661 aatcaacagg aaagtcccat tggagccaag tacactgagt caatagggac 
tttccattgg 
     3721 gttttgccca gtacaaaagg tcaatagggg gtgagtcaat gggtttttcc 
cattattggc 
     3781 acgtacataa ggtcaatagg ggtgagtcat tgggtttttc cagccaattt 
aattaaaacg 
     3841 ccatgtactt tcccaccatt gacgtcaatg ggctattgaa actaatgcaa 
cgtgaccttt 
     3901 aaacggtact ttcccatagc tgattaatgg gaaagtaccg ttctcagagc 
caatacacgt 
     3961 caatgggaag tgaaagggca gccaaaacgt aacaccgccc cggttttccc 
ctggaaattc 
     4021 catattggca cgcattctat tggctgagct gcgttctacg tgggtataag 
aggcgcgacc 
     4081 agcgtcggta ccgtcgcagt cttcggtctg accaccgtag aacgcagaac 
cggtccatgg 
     4141 cccagtccaa gcacggcctg accaaggaga tgaccatgaa gtaccgcatg 
gagggctgcg 
     4201 tggacggcca caagttcgtg atcaccggcg agggcatcgg ctaccccttc 
aagggcaagc 
     4261 aggccatcaa cctgtgcgtg gtggagggcg gccccttgcc cttcgccgag 
gacatcttgt 
     4321 ccgccgcctt catgtacggc aaccgcgtgt tcaccgagta cccccaggac 
atcgtcgact 
     4381 acttcaagaa ctcctgcccc gccggctaca cctgggaccg ctccttcctg 
ttcgaggacg 
     4441 gcgccgtgtg catctgcaac gccgacatca ccgtgagcgt ggaggagaac 
tgcatgtacc 
     4501 acgagtccaa gttctacggc gtgaacttcc ccgccgacgg ccccgtgatg 
aagaagatga 
     4561 ccgacaactg ggagccctcc tgcgagaaga tcatccccgt gcccaagcag 
ggcatcttga 
     4621 agggcgacgt gagcatgtac ctgctgctga aggacggtgg ccgcttgcgc 
tgccagttcg 
     4681 acaccgtgta caaggccaag tccgtgcccc gcaagatgcc cgactggcac 
ttcatccagc 
     4741 acaagctgac ccgcgaggac cgcagcgacg ccaagaacca gaagtggcac 
ctgaccgagc 
     4801 acgccatcgc ctccggctcc gccttgcccg gcagcggcgc caccaacttc 
agcctgctga 
     4861 agcaggccgg cgacgtggag gagaaccccg gccccaccga gtacaagccc 
acggtgcgcc 



     4921 tcgccacccg cgacgacgtc ccccgggccg tacgcaccct cgccgccgcg 
ttcgccgact 
     4981 accccgccac gcgccacacc gtcgacccgg accgccacat cgagcgggtc 
accgagctgc 
     5041 aagaactctt cctcacgcgc gtcgggctcg acatcggcaa ggtgtgggtc 
gcggacgacg 
     5101 gcgccgcggt ggcggtctgg accacgccgg agagcgtcga agcgggggcg 
gtgttcgccg 
     5161 agatcggctc gcgcatggcc aagttgagcg gttcccggct ggccgcgcag 
caacagatgg 
     5221 aaggcctcct ggcgccgcac cggcccaagg agcccgcgtg gttcctggcc 
accgtcggcg 
     5281 tgtcgcccga ccaccagggc aagggtctgg gcagcgccgt cgtgctcccc 
ggagtggagg 
     5341 cggccgagcg cgctggggtg cccgccttcc tggagacctc cgcgccccgc 
aacctcccct 
     5401 tctacgagcg gctcggcttc accgtcaccg ccgacgtcga ggtgcccgaa 
ggaccgcgca 
     5461 cctggtgcat gacccgcaag cccggtgcct gagctgccgc gcctggaaca 
atcaacctct 
     5521 ggattacaaa atttgtgaaa gattgactgg tattcttaac tatgttgctc 
cttttacgct 
     5581 atgtggatac gctgctttaa tgcctttgta tcatgctatt gcttcccgta 
tggctttcat 
     5641 tttctcctcc ttgtataaat cctggttgct gtctctttat gaggagttgt 
ggcccgttgt 
     5701 caggcaacgt ggcgtggtgt gcactgtgtt tgctgacgca acccccactg 
gttggggcat 
     5761 tgccaccacc tgtcagctcc tttccgggac tttcgctttc cccctcccta 
ttgccacggc 
     5821 ggaactcatc gccgcctgcc ttgcccgctg ctggacaggg gctcggctgt 
tgggcactga 
     5881 caattccgtg gtgttgtcgg ggaagctgac gtcctttcca tggctgctcg 
cctgtgttgc 
     5941 cacctggatt ctgcgcggga cgtccttctg ctacgtccct tcggccctca 
atccagcgga 
     6001 ccttccttcc cgcggcctgc tgccggctct gcggcctctt ccgcgtcttc 
gccttcgccc 
     6061 tcagacgagt cggatctccc tttgggccgc ctccccgcct ggaattaatt 
ctgcagtcga 
     6121 gacctagaaa aacatggagc aatcacaagt agcaatacag cagctaccaa 
tgctgattgt 
     6181 gcctggctag aagcacaaga ggaggaggag gtgggttttc cagtcacacc 
tcaggtacct 
     6241 ttaagaccaa tgacttacaa ggcagctgta gatcttagcc actttttaaa 
agaaaagagg 
     6301 ggactggaag ggctaattca ctcccaacga agacaagatc tgctttttgc 
ttgtactggg 
     6361 tctctctggt tagaccagat ctgagcctgg gagctctctg gctaactagg 
gaacccactg 
     6421 cttaagcctc aataaagctt gccttgagtg cttcaagtag tgtgtgcccg 
tctgttgtgt 
     6481 gactctggta actagagatc cctcagaccc ttttagtcag tgtggaaaat 
ctctagcagt 



     6541 agtagttcat gtcatcttat tattcagtat ttataacttg caaagaaatg 
aatatcagag 
     6601 agtgagaggc cttgacattg tttaaactgg aatgtgtgtc agttagggtg 
tggaaagtcc 
     6661 ccaggctccc cagcaggcag aagtatgcaa agcatgcatc tcaattagtc 
agcaaccagg 
     6721 tgtggaaagt ccccaggctc cccagcaggc agaagtatgc aaagcatgca 
tctcaattag 
     6781 tcagcaacca tagtcccgcc cctaactccg cccatcccgc ccctaactcc 
gcccagttcc 
     6841 gcccattctc cgccccatgg ctgactaatt ttttttattt atgcagaggc 
cgaggccgcc 
     6901 tctgcctctg agctattcca gaagtagtga ggaggctttt ttggaggcct 
aggcttttgc 
     6961 aaaaagctcc cgggagcttg tatatccatt acatgtgagc aaaaggccag 
caaaaggcca 
     7021 ggaaccgtaa aaaggccgcg ttgctggcgt ttttccatag gctccgcccc 
cctgacgagc 
     7081 atcacaaaaa tcgacgctca agtcagaggt ggcgaaaccc gacaggacta 
taaagatacc 
     7141 aggcgtttcc ccctggaagc tccctcgtgc gctctcctgt tccgaccctg 
ccgcttaccg 
     7201 gatacctgtc cgcctttctc ccttcgggaa gcgtggcgct ttctcatagc 
tcacgctgta 
     7261 ggtatctcag ttcggtgtag gtcgttcgct ccaagctggg ctgtgtgcac 
gaaccccccg 
     7321 ttcagcccga ccgctgcgcc ttatccggta actatcgtct tgagtccaac 
ccggtaagac 
     7381 acgacttatc gccactggca gcagccactg gtaacaggat tagcagagcg 
aggtatgtag 
     7441 gcggtgctac agagttcttg aagtggtggc ctaactacgg ctacactaga 
agaacagtat 
     7501 ttggtatctg cgctctgctg aagccagtta ccttcggaaa aagagttggt 
agctcttgat 
     7561 ccggcaaaca aaccaccgct ggtagcggtg gtttttttgt ttgcaagcag 
cagattacgc 
     7621 gcagaaaaaa aggatctcaa gaagatcctt tgatcttttc tacggggtct 
gacgctcagt 
     7681 ggaacgaaaa ctcacgttaa gggattttgg tcatgagatt atcaaaaagg 
atcttcacct 
     7741 agatcctttt aaattaaaaa tgaagtttta aatcaatcta aagtatatat 
gagtaaactt 
     7801 ggtctgacag ttaccaatgc ttaatcagtg aggcacctat ctcagcgatc 
tgtctatttc 
     7861 gttcatccat agttgcctga ctccccgtcg tgtagataac tacgatacgg 
gagggcttac 
     7921 catctggccc cagtgctgca atgataccgc gagacccacg ctcaccggct 
ccagatttat 
     7981 cagcaataaa ccagccagcc ggaagggccg agcgcagaag tggtcctgca 
actttatccg 
     8041 cctccatcca gtctattaat tgttgccggg aagctagagt aagtagttcg 
ccagttaata 
     8101 gtttgcgcaa cgttgttgcc attgctacag gcatcgtggt gtcacgctcg 
tcgtttggta 



     8161 tggcttcatt cagctccggt tcccaacgat caaggcgagt tacatgatcc 
cccatgttgt 
     8221 gcaaaaaagc ggttagctcc ttcggtcctc cgatcgttgt cagaagtaag 
ttggccgcag 
     8281 tgttatcact catggttatg gcagcactgc ataattctct tactgtcatg 
ccatccgtaa 
     8341 gatgcttttc tgtgactggt gagtactcaa ccaagtcatt ctgagaatag 
tgtatgcggc 
     8401 gaccgagttg ctcttgcccg gcgtcaatac gggataatac cgcgccacat 
agcagaactt 
     8461 taaaagtgct catcattgga aaacgttctt cggggcgaaa actctcaagg 
atcttaccgc 
     8521 tgttgagatc cagttcgatg taacccactc gtgcacccaa ctgatcttca 
gcatctttta 
     8581 ctttcaccag cgtttctggg tgagcaaaaa caggaaggca aaatgccgca 
aaaaagggaa 
     8641 taagggcgac acggaaatgt tgaatactca tactcttcct ttttcaatat 
tattgaagca 
     8701 tttatcaggg ttattgtctc atgagcggat acatatttga atgtatttag 
aaaaataaac 

  8761 aaataggggt tccgcgcaca tttccccgaa aagtgccacc tgacgtc 
// 


