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FEATURES   Location/Qualifiers 

  source  1..6958 
  /organism="synthetic DNA construct" 
  /mol_type="other DNA" 

  misc_feature    23..667 
  /label=CMV-LTR 



  enhancer    27..404 
  /label=CMV enhancer 
 /note="human cytomegalovirus immediate early 

enhancer" 
  misc_feature    720..745 

  /label=psi 
  misc_feature    746..840 

  /label=HIV-1 Psi 
  /note="packaging signal of human immunodeficiency 

virustype 
  1" 

  misc_feature    1333..1566 
  /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    2093..2210 
  /label=cPPT/CTS 
  /note="central polypurine tract and central  
  terminationsequence of HIV-1" 

  promoter    2261..2501 
  /label=U6 Promoter 
  /note="RNA polymerase III promoter for human U6 

snRNA" 
  gap   2511..2530 

  /estimated_length=20 
  misc_RNA    2531..2606 

  /label=gRNA scaffold 
  /note="guide RNA scaffold for the CRISPR/Cas9 

system" 
  enhancer    2619..2998 

  /label=CMV enhancer 
 /note="human cytomegalovirus immediate early 

enhancer" 
  promoter    2999..3202 

  /label=CMV promoter 
  /note="human cytomegalovirus (CMV) immediate 

earlypromoter" 
  CDS   3252..3650 

 /codon_start=1 
  /gene="Aspergillus terreus BSD" 
  /product="blasticidin S deaminase" 
  /label=BSD 
  /note="confers resistance to blasticidin" 

/translation="MAKPLSQEESTLIERATATINSIPISEDYSVASAALSSDGRIFTG 

VNVYHFTGGPCAELVVLGTAAAAAAGNLTCIVAIGNENRGILSPCGRCRQVLLDLHPGI 
    KAIVKDSDGQPTAVGIRELLPSGYVWEG" 

  misc_feature    3652..3657 
    /label=MCS 

  misc_feature    3664..4255 
  /label=WPRE 



  LTR   4460..4693 
  /label=3' LTR (Delta-U3) 
  /note="self-inactivating 3' long terminal repeat 

(LTR) from 
  HIV-1" 

  promoter    4789..5118 
  /label=SV40 
  /note="SV40 enhancer and early promoter" 

  rep_origin    complement(5207..5792) 
  /direction=LEFT 
  /label=ori 
  /note="high-copy-number ColE1/pMB1/pBR322/pUC origin 

of 
  replication" 

  CDS   complement(5963..6823) 
  /codon_start=1 
  /gene="bla" 
  /product="beta-lactamase" 
  /label=AmpR 
  /note="confers resistance to ampicillin, 

carbenicillin, and 
  related antibiotics" 

/translation="MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAEDQLGARVGYI 

ELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGRRIHYSQNDLVEYS 

PVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAFLHNMGDHVTRLDRW 

EPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDWMEADKVAGPLLRSA 

LPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATMDERNRQIAEIGAS 
    LIKHW" 

  promoter        complement(6824..6928) 
  /gene="bla" 
  /label=AmpR promoter 

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 cctcagaccc 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 ccgctgatct 
tcagacctgg 
     1201 aggaggagat atgagggaca attggagaag tgaattatat aaatataaag 
tagtaaaaat 
     1261 tgaaccatta ggagtagcac ccaccaaggc aaagagaaga gtggtgcaga 
gagaaaaaag 
     1321 agcagtggga ataggagctt tgttccttgg gttcttggga gcagcaggaa 
gcactatggg 
     1381 cgcagcgtca atgacgctga cggtacaggc cagacaatta ttgtctggta 
tagtgcagca 
     1441 gcagaacaat ttgctgaggg ctattgaggc gcaacagcat ctgttgcaac 
tcacagtctg 
     1501 gggcatcaag cagctccagg caagaatcct ggctgtggaa agatacctaa 
aggatcaaca 
     1561 gctcctgggg atttggggtt gctctggaaa actcatttgc accactgctg 
tgccttggaa 
     1621 tgctagttgg agtaataaat ctctggaaca gatttggaat cacacgacct 
ggatggagtg 
     1681 ggacagagaa attaacaatt acacaagctt aatacactcc ttaattgaag 
aatcgcaaaa 
     1741 ccagcaagaa aagaatgaac aagaattatt ggaattagat aaatgggcaa 
gtttgtggaa 
     1801 ttggtttaac ataacaaatt ggctgtggta tataaaatta ttcataatga 
tagtaggagg 
     1861 cttggtaggt ttaagaatag tttttgctgt actttctata gtgaatagag 
ttaggcaggg 
     1921 atattcacca ttatcgtttc agacccacct cccaaccccg aggggacccg 
acaggcccga 
     1981 aggaatagaa gaagaaggtg gagagagaga cagagacaga tccattcgat 
tagtgaacgg 
     2041 atcggcactg cgtgcgccaa ttctgcagac aaatggcagt attcatccac 
aattttaaaa 



     2101 gaaaaggggg gattgggggg tacagtgcag gggaaagaat agtagacata 
atagcaacag 
     2161 acatacaaac taaagaatta caaaaacaaa ttacaaaaat tcaaaatttt 
cgggtttatt 
     2221 acagggacag cagagatcca gtttggttaa ttaaggtacc gagggcctat 
ttcccatgat 
     2281 tccttcatat ttgcatatac gatacaaggc tgttagagag ataattagaa 
ttaatttgac 
     2341 tgtaaacaca aagatattag tacaaaatac gtgacgtaga aagtaataat 
ttcttgggta 
     2401 gtttgcagtt ttaaaattat gttttaaaat ggactatcat atgcttaccg 
taacttgaaa 
     2461 gtatttcgat ttcttggctt tatatatctt gtggaaagga cgaaacaccg 
nnnnnnnnnn 
     2521 nnnnnnnnnn gttttagagc tagaaatagc aagttaaaat aaggctagtc 
cgttatcaac 
     2581 ttgaaaaagt ggcaccgagt cggtgctttt ttgaattcga cattgattat 
tgactagtta 
     2641 ttaatagtaa tcaattacgg ggtcattagt tcatagccca tatatggagt 
tccgcgttac 
    2701 ataacttacg gtaaatggcc cgcctggctg accgcccaac gacccccgcc 

cattgacgtc 
     2761 aataatgacg tatgttccca tagtaacgcc aatagggact ttccattgac 
gtcaatgggt 
     2821 ggagtattta cggtaaactg cccacttggc agtacatcaa gtgtatcata 
tgccaagtac 
     2881 gccccctatt gacgtcaatg acggtaaatg gcccgcctgg cattatgccc 
agtacatgac 
     2941 cttatgggac tttcctactt ggcagtacat ctacgtatta gtcatcgcta 
ttaccatggt 
     3001 gatgcggttt tggcagtaca tcaatgggcg tggatagcgg tttgactcac 
ggggatttcc 
     3061 aagtctccac cccattgacg tcaatgggag tttgttttgg caccaaaatc 
aacgggactt 
     3121 tccaaaatgt cgtaacaact ccgccccatt gacgcaaatg ggcggtaggc 
gtgtacggtg 
     3181 ggaggtctat ataagcagag ctctctggct aactagagaa cccactgctt 
actggcttat 
     3241 ctagagcgac catggccaag cctttgtctc aagaagaatc caccctcatt 
gaaagagcaa 
     3301 cggctacaat caacagcatc cccatctctg aagactacag cgtcgccagc 
gcagctctct 
     3361 ctagcgacgg ccgcatcttc actggtgtca atgtatatca ttttactggg 
ggaccttgtg 
     3421 cagaactcgt ggtgctgggc actgctgctg ctgcggcagc tggcaacctg 
acttgtatcg 
     3481 tcgcgatcgg aaatgagaac aggggcatct tgagcccctg cggacggtgc 
cgacaggtgc 
     3541 ttctcgatct gcatcctggg atcaaagcca tagtgaagga cagtgatgga 
cagccgacgg 
     3601 cagttgggat tcgtgaattg ctgccctctg gttatgtgtg ggagggctaa 
acgcgtctgg 
     3661 aacaatcaac ctctggatta caaaatttgt gaaagattga ctggtattct 
taactatgtt 



     3721 gctcctttta cgctatgtgg atacgctgct ttaatgcctt tgtatcatgc 
tattgcttcc 
     3781 cgtatggctt tcattttctc ctccttgtat aaatcctggt tgctgtctct 
ttatgaggag 
     3841 ttgtggcccg ttgtcaggca acgtggcgtg gtgtgcactg tgtttgctga 
cgcaaccccc 
     3901 actggttggg gcattgccac cacctgtcag ctcctttccg ggactttcgc 
tttccccctc 
     3961 cctattgcca cggcggaact catcgccgcc tgccttgccc gctgctggac 
aggggctcgg 
     4021 ctgttgggca ctgacaattc cgtggtgttg tcggggaagc tgacgtcctt 
tccatggctg 
     4081 ctcgcctgtg ttgccacctg gattctgcgc gggacgtcct tctgctacgt 
cccttcggcc 
     4141 ctcaatccag cggaccttcc ttcccgcggc ctgctgccgg ctctgcggcc 
tcttccgcgt 
     4201 cttcgccttc gccctcagac gagtcggatc tccctttggg ccgcctcccc 
gcctggaatt 
     4261 aattctgcag tcgagaccta gaaaaacatg gagcaatcac aagtagcaat 
acagcagcta 
     4321 ccaatgctga ttgtgcctgg ctagaagcac aagaggagga ggaggtgggt 
ttttccagtc 
     4381 acacctcagg tacctttaag accaatgact tacaaggcag ctgtagatct 
tagccacttt 
     4441 ttaaaagaaa agaggggact ggaagggcta attcactccc aacgaagaca 
agatctgctt 
     4501 tttgcttgta ctgggtctct ctggttagac cagatctgag cctgggagct 
ctctggctaa 
     4561 ctagggaacc cactgcttaa gcctcaataa agcttgcctt gagtgcttca 
agtagtgtgt 
     4621 gcccgtctgt tgtgtgactc tggtaactag agatccctca gaccctttta 
gtcagtgtgg 
     4681 aaaatctcta gcagtagtag ttcatgtcat cttattattc agtatttata 
acttgcaaag 
     4741 aaatgaatat cagagagtga gaggccttga cattgtttaa actggaatgt 
gtgtcagtta 
     4801 gggtgtggaa agtccccagg ctccccagca ggcagaagta tgcaaagcat 
gcatctcaat 
     4861 tagtcagcaa ccaggtgtgg aaagtcccca ggctccccag caggcagaag 
tatgcaaagc 
     4921 atgcatctca attagtcagc aaccatagtc ccgcccctaa ctccgcccat 
cccgccccta 
     4981 actccgccca gttccgccca ttctccgccc catggctgac taattttttt 
tatttatgca 
     5041 gaggccgagg ccgcctctgc ctctgagcta ttccagaagt agtgaggagg 
cttttttgga 
     5101 ggcctaggct tttgcaaaaa gctcccggga gcttgtatat ccattacatg 
tgagcaaaag 
     5161 gccagcaaaa ggccaggaac cgtaaaaagg ccgcgttgct ggcgtttttc 
cataggctcc 
     5221 gcccccctga cgagcatcac aaaaatcgac gctcaagtca gaggtggcga 
aacccgacag 
     5281 gactataaag ataccaggcg tttccccctg gaagctccct cgtgcgctct 
cctgttccga 



     5341 ccctgccgct taccggatac ctgtccgcct ttctcccttc gggaagcgtg 
gcgctttctc 
     5401 atagctcacg ctgtaggtat ctcagttcgg tgtaggtcgt tcgctccaag 
ctgggctgtg 
     5461 tgcacgaacc ccccgttcag cccgaccgct gcgccttatc cggtaactat 
cgtcttgagt 
     5521 ccaacccggt aagacacgac ttatcgccac tggcagcagc cactggtaac 
aggattagca 
     5581 gagcgaggta tgtaggcggt gctacagagt tcttgaagtg gtggcctaac 
tacggctaca 
     5641 ctagaagaac agtatttggt atctgcgctc tgctgaagcc agttaccttc 
ggaaaaagag 
     5701 ttggtagctc ttgatccggc aaacaaacca ccgctggtag cggttttttt 
gtttgcaagc 
     5761 agcagattac gcgcagaaaa aaaggatctc aagaagatcc tttgatcttt 
tctacggggt 
     5821 ctgacgctca gtggaacgaa aactcacgtt aagggatttt ggtcatgaga 
ttatcaaaaa 
     5881 ggatcttcac ctagatcctt ttaaattaaa aatgaagttt taaatcaatc 
taaagtatat 
     5941 atgagtaaac ttggtctgac agttaccaat gcttaatcag tgaggcacct 
atctcagcga 
     6001 tctgtctatt tcgttcatcc atagttgcct gactccccgt cgtgtagata 
actacgatac 
     6061 gggagggctt accatctggc cccagtgctg caatgatacc gcgagaccca 
cgctcaccgg 
     6121 ctccagattt atcagcaata aaccagccag ccggaagggc cgagcgcaga 
agtggtcctg 
     6181 caactttatc cgcctccatc cagtctatta attgttgccg ggaagctaga 
gtaagtagtt 
     6241 cgccagttaa tagtttgcgc aacgttgttg ccattgctac aggcatcgtg 
gtgtcacgct 
     6301 cgtcgtttgg tatggcttca ttcagctccg gttcccaacg atcaaggcga 
gttacatgat 
     6361 cccccatgtt gtgcaaaaaa gcggttagct ccttcggtcc tccgatcgtt 
gtcagaagta 
     6421 agttggccgc agtgttatca ctcatggtta tggcagcact gcataattct 
cttactgtca 
     6481 tgccatccgt aagatgcttt tctgtgactg gtgagtactc aaccaagtca 
ttctgagaat 
     6541 agtgtatgcg gcgaccgagt tgctcttgcc cggcgtcaat acgggataat 
accgcgccac 
     6601 atagcagaac tttaaaagtg ctcatcattg gaaaacgttc ttcggggcga 
aaactctcaa 
     6661 ggatcttacc gctgttgaga tccagttcga tgtaacccac tcgtgcaccc 
aactgatctt 
     6721 cagcatcttt tactttcacc agcgtttctg ggtgagcaaa aacaggaagg 
caaaatgccg 
     6781 caaaaaaggg aataagggcg acacggaaat gttgaatact catactcttc 
ctttttcaat 
     6841 attattgaag catttatcag ggttattgtc tcatgagcgg atacatattt 
gaatgtattt 

  6901 agaaaaataa acaaataggg gttccgcgca catttccccg aaaagtgcca cctgacgt 
// 


