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  source    1..9413 
  /organism="synthetic DNA construct" 



  /mol_type="other DNA" 
  source    2489..2807 

  /organism="recombinant plasmid" 
  /mol_type="other DNA" 

  LTR   1..635 
  /label=5' LTR 

  misc_feature    681..806 
  /label=Packaging Signal 

  misc_feature    1303..1536 
  /label=RRE 

  misc_feature    2028..2144 
  /label=cPPT/CTS 

  polyA_signal    2187..2321 
  /label=SV40 polyA signal 

  misc_feature    2489..2600 
  /label=3'-UltramiR 

  misc_feature    2576..2597 
  /label=For 5' for Pool qPCR 
  /note="Twelve replicate reactions containing 825 ng 

gDNA 
  were amplified and each carried out to a different 

cycle 
  number from 15 27. Each replicate reaction vessel 

was 
 placed on ice immediately after the designated 

number of 
  cycles completed to arrest the reaction. 10  l of 

product 
  from each reaction was analyzed using agarose gel 
  electrophoresis. An aliquot of each product was 

serially 
  diluted 25 000-, 100 000- and 400 000-fold in water. 

An 
  aliquot from each dilution of each PCR replicate 

served as 
  template for SYBR qPCR reactions that were prepared 

using 
  Absolute Blue qPCR SYBR Green master mix (Thermo 
  Scientific, Epsom, UK) and primers that amplify 

common 
  sequence of the shRNA barcode PCR products  
  (For-5'caaggggctactttaggagcaa, Rev-  
  5'aatttataccattttaattcagctttg), generating a product 

of 127 
  bp." 

  misc_feature    2601..2712 
  /label=shRNA 

  gap     2617..2638 
  /estimated_length=22 

  gap     2658..2679 
  /estimated_length=22 

  misc_feature    2680..2717 
  /label=Illumina actual seq primer 

  misc_feature    2713..2807 



  /label=5'-UltramiR 
  misc_feature    complement(2892..2906) 

  /label=MCS 
  promoter      complement(2907..3271) 

  /label=TRE3Gs promoter 
  promoter      3295..3805 

  /label=hPGK promoter 
  CDS     3824..4570 

  /codon_start=1 
  /label=Tet-On 3G 

/translation="MSRLDKSKVINSALELLNGVGIEGLTTRKLAQKLGVEQPTLYWHV 

KNKRALLDALPIEMLDRHHTHSCPLEGESWQDFLRNNAKSYRCALLSHRDGAKVHLGTR 

PTEKQYETLENQLAFLCQQGFSLENALYALSAVGHFTLGCVLEEQEHQVAKEERETPTT 

DSMPPLLKQAIELFDRQGAEPAFLFGLELIICGLEKQLKCESGGPTDALDDFDLDMLPA 
  DALDDFDLDMLPADALDDFDLDMLPG" 

  promoter    4581..4895 
  /label=SV40 promoter 

  CDS   4919..5317 
  /codon_start=1 
  /gene="Aspergillus terreus BSD" 
  /product="blasticidin S deaminase" 
  /label=BSD 
  /note="confers resistance to blasticidin" 

/translation="MAKPLSQEESTLIERATATINSIPISEDYSVASAALSSDGRIFTG 

VNVYHFTGGPCAELVVLGTAAAAAAGNLTCIVAIGNENRGILSPCGRCRQVLLDLHPGI 
  KAIVKDSDGQPTAVGIRELLPSGYVWEG" 

  misc_feature    5335..5923 
  /label=WPRE 

  LTR     6131..6764 
  /label=3' LTR 

  rep_origin    complement(7295..7880) 
  /direction=LEFT 
  /label=ori 
  /note="high-copy-number ColE1/pMB1/pBR322/pUC origin 

of 
  replication" 

  CDS   complement(8051..8911) 
  /codon_start=1 
  /label=AmpR 

/translation="MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAEDQLGARVGYI 

ELDLNSGKILESFRPEERFPMMSTFKVLLCGAVLSRIDAGQEQLGRRIHYSQNDLVEYS 

PVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAFLHNMGDHVTRLDRW 

EPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDWMEADKVAGPLLRSA 



LPAGWFIADKSGAGERGSRGIIAALGPDGKPSRIVVIYTTGSQATMDERNRQIAEIGAS 
  LIKHW" 

  promoter    complement(8912..9016) 
  /label=AmpR promoter 

ORIGIN 
   1 tggaagggct aattcactcc caaagaagac aagatatcct tgatctgtgg 

atctaccaca 
    61 cacaaggcta cttccctgat tagcagaact acacaccagg gccaggggtc 

agatatccac 
   121 tgacctttgg atggtgctac aagctagtac cagttgagcc agataaggta 

gaagaggcca 
   181 ataaaggaga gaacaccagc ttgttacacc ctgtgagcct gcatgggatg 

gatgacccgg 
   241 agagagaagt gttagagtgg aggtttgaca gccgcctagc atttcatcac 

gtggcccgag 
    301 agctgcatcc ggagtacttc aagaactgct gatatcgagc ttgctacaag 

ggactttccg 
   361 ctggggactt tccagggagg cgtggcctgg gcgggactgg ggagtggcga 

gccctcagat 
   421 cctgcatata agcagctgct ttttgcctgt actgggtctc tctggttaga 

ccagatctga 
   481 gcctgggagc tctctggcta actagggaac ccactgctta agcctcaata 

aagcttgcct 
   541 tgagtgcttc aagtagtgtg tgcccgtctg ttgtgtgact ctggtaacta 

gagatccctc 
   601 agaccctttt agtcagtgtg gaaaatctct agcagtggcg cccgaacagg 

gacttgaaag 
   661 cgaaagggaa accagaggag ctctctcgac gcaggactcg gcttgctgaa 

gcgcgcacgg 
   721 caagaggcga ggggcggcga ctggtgagta cgccaaaaat tttgactagc 

ggaggctaga 
   781 aggagagaga tgggtgcgag agcgtcagta ttaagcgggg gagaattaga 

tcgcgatggg 
   841 aaaaaattcg gttaaggcca gggggaaaga aaaaatataa attaaaacat 

atagtatggg 
   901 caagcaggga gctagaacga ttcgcagtta atcctggcct gttagaaaca 

tcagaaggct 
   961 gtagacaaat actgggacag ctacaaccat cccttcagac aggatcagaa 

gaacttagat 
     1021 cattatataa tacagtagca accctctatt gtgtgcatca aaggatagag 
ataaaagaca 
     1081 ccaaggaagc tttagacaag atagaggaag agcaaaacaa aagtaagacc 
accgcacagc 
     1141 aagcggccgg ccgctgatct tcagacctgg aggaggagat atgagggaca 
attggagaag 
     1201 tgaattatat aaatataaag tagtaaaaat tgaaccatta ggagtagcac 
ccaccaaggc 
     1261 aaagagaaga gtggtgcaga gagaaaaaag agcagtggga ataggagctt 
tgttccttgg 
     1321 gttcttggga gcagcaggaa gcactatggg cgcagcgtca atgacgctga 
cggtacaggc 
     1381 cagacaatta ttgtctggta tagtgcagca gcagaacaat ttgctgaggg 
ctattgaggc 



     1441 gcaacagcat ctgttgcaac tcacagtctg gggcatcaag cagctccagg 
caagaatcct 
     1501 ggctgtggaa agatacctaa aggatcaaca gctcctgggg atttggggtt 
gctctggaaa 
     1561 actcatttgc accactgctg tgccttggaa tgctagttgg agtaataaat 
ctctggaaca 
     1621 gatttggaat cacacgacct ggatggagtg ggacagagaa attaacaatt 
acacaagctt 
     1681 aatacactcc ttaattgaag aatcgcaaaa ccagcaagaa aagaatgaac 
aagaattatt 
     1741 ggaattagat aaatgggcaa gtttgtggaa ttggtttaac ataacaaatt 
ggctgtggta 
     1801 tataaaatta ttcataatga tagtaggagg cttggtaggt ttaagaatag 
tttttgctgt 
     1861 actttctata gtgaatagag ttaggcaggg atattcacca ttatcgtttc 
agacccacct 
     1921 cccaaccccg aggggacccg acaggcccga aggaatagaa gaagaaggtg 
gagagagaga 
     1981 cagagacaga tccattcgat tagtgaacgg atctcgacgg tatcgccttt 
aaaagaaaag 
     2041 gggggattgg ggggtacagt gcaggggaaa gaatagtaga cataatagca 
acagacatac 
     2101 aaactaaaga actacaaaaa caaattacaa aaattcaaaa ttttcgggtt 
tattacaggg 
     2161 acagcagaga tccagtttat cgacttaact tgtttattgc agcttataat 
ggttacaaat 
     2221 aaggcaatag catcacaaat ttcacaaata aggcattttt ttcactgcat 
tctagttttg 
     2281 gtttgtccaa actcatcaat gtatcttatc atgtctggat ctcaaatccc 
tcggaagctg 
     2341 cgcctgtctt aggttggagt gatacatttt tatcactttt acccgtcttt 
ggattaggca 
     2401 gtagctctga cggccctcct gtcttaggtt agtgaaaaat gtcactctct 
tacccgtcat 
     2461 tggctgtcca gacgcgtcaa ttgaaaaaag tgatttaatt tataccattt 
taattcagct 
     2521 ttgtaaaaat gtatcaaaga gatagcaagg tattcagttt tagtaaacaa 
gataattgct 
     2581 cctaaagtag ccccttgaag tccgaggcag taggcannnn nnnnnnnnnn 
nnnnnnnnta 
     2641 catctgtggc ttcactannn nnnnnnnnnn nnnnnnnnnc gctcactgtc 
aacagcaata 
     2701 taccttcttt agccttctgt tgggttaacc tgaagaagta atcccagcaa 
gtgtttccaa 
     2761 gatgtgcagg caacgattct gtaaagtact gaagcctcat tcaaacaatt 
accctgttat 
     2821 ccctagtcga gagatcttat catatgacta gtaaattcta gagtcgcggc 
cgatccgccg 
     2881 gcaccggtgt atacgggaat taattcttta cgagggtagg aagtggtacg 
gaaagttggt 
     2941 ataagacaaa agtgttgtgg aattgaagtt tactcaaaaa atcagcactc 
ttttataggc 
     3001 gccctggttt acataagcaa agcttatacg ttctctatca ctgataggga 
gtaaactgga 



     3061 tatacgttct ctatcactga tagggagtaa actgtagata cgttctctat 
cactgatagg 
     3121 gagtaaactg gtcatacgtt ctctatcact gatagggagt aaactcctta 
tacgttctct 
     3181 atcactgata gggagtaaag tctgcatacg ttctctatca ctgataggga 
gtaaactctt 
     3241 catacgttct ctatcactga tagggagtaa actcgatcga ggtgataatt 
ccacggggtt 
     3301 ggggttgcgc cttttccaag gcagccctgg gtttgcgcag ggacgcggct 
gctctgggcg 
     3361 tggttccggg aaacgcagcg gcgccgaccc tgggtctcgc acattcttca 
cgtccgttcg 
     3421 cagcgtcacc cggatcttcg ccgctaccct tgtgggcccc ccggcgacgc 
ttcctgctcc 
     3481 gcccctaagt cgggaaggtt ccttgcggtt cgcggcgtgc cggacgtgac 
aaacggaagc 
     3541 cgcacgtctc actagtaccc tcgcagacgg acagcgccag ggagcaatgg 
cagcgcgccg 
     3601 accgcgatgg gctgtggcca atagcggctg ctcagcaggg cgcgccgaga 
gcagcggccg 
     3661 ggaaggggcg gtgcgggagg cggggtgtgg ggcggtagtg tgggccctgt 
tcctgcccgc 
     3721 gcggtgttcc gcattctgca agcctccgga gcgcacgtcg gcagtcggct 
ccctcgttga 
     3781 ccgaatcacc gacctctctc cccaggggga tcatcgaatt accatgtcta 
gactggacaa 
     3841 gagcaaagtc ataaactctg ctctggaatt actcaatgga gtcggtatcg 
aaggcctgac 
     3901 gacaaggaaa ctcgctcaaa agctgggagt tgagcagcct accctgtact 
ggcacgtgaa 
     3961 gaacaagcgg gccctgctcg atgccctgcc aatcgagatg ctggacaggc 
atcataccca 
     4021 ctcctgcccc ctggaaggcg agtcatggca agactttctg cggaacaacg 
ccaagtcata 
     4081 ccgctgtgct ctcctctcac atcgcgacgg ggctaaagtg catctcggca 
cccgcccaac 
     4141 agagaaacag tacgaaaccc tggaaaatca gctcgcgttc ctgtgtcagc 
aaggcttctc 
     4201 cctggagaac gcactgtacg ctctgtccgc cgtgggccac tttacactgg 
gctgcgtatt 
     4261 ggaggaacag gagcatcaag tagcaaaaga ggaaagagag acacctacca 
ccgattctat 
     4321 gcccccactt ctgaaacaag caattgagct gttcgaccgg cagggagccg 
aacctgcctt 
     4381 ccttttcggc ctggaactaa tcatatgtgg cctggagaaa cagctaaagt 
gcgaaagcgg 
     4441 cgggccgacc gacgcccttg acgattttga cttagacatg ctcccagccg 
atgcccttga 
     4501 cgactttgac cttgatatgc tgcctgctga cgctcttgac gattttgacc 
ttgacatgct 
     4561 ccccgggtaa acgcgcgaat gtgtgtcagt tagggtgtgg aaagtcccca 
ggctccccag 
     4621 caggcagaag tatgcaaagc atgcatctca attagtcagc aaccaggtgt 
ggaaagtccc 



     4681 caggctcccc agcaggcaga agtatgcaaa gcatgcatct caattagtca 
gcaaccatag 
     4741 tcccgcccct aactccgccc atcccgcccc taactccgcc cagttccgcc 
cattctccgc 
     4801 cccatggctg actaattttt tttatttatg cagaggccga ggccgcctcg 
gcctctgagc 
     4861 tattccagaa gtagtgagga ggcttttttg gaggcctagg cttttgcaaa 
acgcgaccat 
     4921 ggccaagcct ttgtctcaag aagaatccac cctcattgaa agagcaacgg 
ctacaatcaa 
     4981 cagcatcccc atctctgaag actacagcgt cgccagcgca gctctctcta 
gcgacggccg 
     5041 catcttcact ggtgtcaatg tatatcattt tactggggga ccttgtgcag 
aactcgtggt 
     5101 gctgggcact gctgctgctg cggcagctgg caacctgact tgtatcgtcg 
cgatcggaaa 
     5161 tgagaacagg ggcatcttga gcccctgcgg acggtgccga caggtgcttc 
tcgatctgca 
     5221 tcccgggatc aaagccatag tgaaggacag tgatggacag ccgacggcag 
ttgggattcg 
     5281 tgaattgctg ccctctggtt atgtgtggga gggctaaacg cgcgcgtctg 
gaacaatcaa 
     5341 cctctggatt acaaaatttg tgaaagattg actggtattc ttaactatgt 
tgctcctttt 
     5401 acgctatgtg gatacgctgc tttaatgcct ttgtatcatg ctattgcttc 
ccgtatggct 
     5461 ttcattttct cctccttgta taaatcctgg ttgctgtctc tttatgagga 
gttgtggccc 
     5521 gttgtcaggc aacgtggcgt ggtgtgcact gtgtttgctg acgcaacccc 
cactggttgg 
     5581 ggcattgcca ccacctgtca gctcctttcc gggactttcg ctttccccct 
ccctattgcc 
     5641 acggcggaac tcatcgccgc ctgccttgcc cgctgctgga caggggctcg 
gctgttgggc 
     5701 actgacaatt ccgtggtgtt gtcggggaag ctgacgtcct ttccatggct 
gctcgcctgt 
     5761 gttgccacct ggattctgcg cgggacgtcc ttctgctacg tcccttcggc 
cctcaatcca 
     5821 gcggaccttc cttcccgcgg cctgctgccg gctctgcggc ctcttccgcg 
tcttcgcctt 
     5881 cgccctcaga cgagtcggat ctccctttgg gccgcctccc cgcctggaat 
taattctgca 
     5941 gtcgagacct agaaaaacat ggagcaatca caagtagcaa tacagcagct 
accaatgctg 
     6001 attgtgcctg gctagaagca caagaggagg aggaggtggg tttttccagt 
cacacctcag 
     6061 gtacctttaa gaccaatgac ttacaaggca gctgtagatc ttagccactt 
tttaaaagaa 
     6121 aagaggggac tggaagggct aattcactcc caacgaagac aagatatcct 
tgatctgtgg 
     6181 atctaccaca cacaaggcta cttccctgat tagcagaact acacaccagg 
gccaggggtc 
     6241 agatatccac tgacctttgg atggtgctac aagctagtac cagttgagcc 
agataaggta 



     6301 gaagaggcca ataaaggaga gaacaccagc ttgttacacc ctgtgagcct 
gcatgggatg 
     6361 gatgacccgg agagagaagt gttagagtgg aggtttgaca gccgcctagc 
atttcatcac 
     6421 gtggcccgag agctgcatcc ggagtacttc aagaactgct gatatcgagc 
ttgctacaag 
     6481 ggactttccg ctggggactt tccagggagg cgtggcctgg gcgggactgg 
ggagtggcga 
     6541 gccctcagat cctgcatata agcagctgct ttttgcctgt actgggtctc 
tctggttaga 
     6601 ccagatctga gcctgggagc tctctggcta actagggaac ccactgctta 
agcctcaata 
     6661 aagcttgcct tgagtgcttc aagtagtgtg tgcccgtctg ttgtgtgact 
ctggtaacta 
     6721 gagatccctc agaccctttt agtcagtgtg gaaaatctct agcagtagta 
gttcatgtca 
     6781 tcttattatt cagtatttat aacttgcaaa gaaatgaata tcagagagtg 
agaggccttg 
     6841 acattgctag cgttttaccg tcgacctcta gctagagctt ggcgtaatca 
tggtcatagc 
     6901 tgtttcctgt gtgaaattgt tatccgctca caattccaca caacatacga 
gccggaagca 
     6961 taaagtgtaa agcctggggt gcctaatgag tgagctaact cacattaatt 
gcgttgcgct 
     7021 cactgcccgc tttccagtcg ggaaacctgt cgtgccagct gcattaatga 
atcggccaac 
     7081 gcgcggggag aggcggtttg cgtattgggc gctcttccgc ttcctcgctc 
actgactcgc 
     7141 tgcgctcggt cgttcggctg cggcgagcgg tatcagctca ctcaaaggcg 
gtaatacggt 
     7201 tatccacaga atcaggggat aacgcaggaa agaacatgtg agcaaaaggc 
cagcaaaagg 
     7261 ccaggaaccg taaaaaggcc gcgttgctgg cgtttttcca taggctccgc 
ccccctgacg 
     7321 agcatcacaa aaatcgacgc tcaagtcaga ggtggcgaaa cccgacagga 
ctataaagat 
     7381 accaggcgtt tccccctgga agctccctcg tgcgctctcc tgttccgacc 
ctgccgctta 
     7441 ccggatacct gtccgccttt ctcccttcgg gaagcgtggc gctttctcat 
agctcacgct 
     7501 gtaggtatct cagttcggtg taggtcgttc gctccaagct gggctgtgtg 
cacgaacccc 
     7561 ccgttcagcc cgaccgctgc gccttatccg gtaactatcg tcttgagtcc 
aacccggtaa 
     7621 gacacgactt atcgccactg gcagcagcca ctggtaacag gattagcaga 
gcgaggtatg 
     7681 taggcggtgc tacagagttc ttgaagtggt ggcctaacta cggctacact 
agaagaacag 
     7741 tatttggtat ctgcgctctg ctgaagccag ttaccttcgg aaaaagagtt 
ggtagctctt 
     7801 gatccggcaa acaaaccacc gctggtagcg gtttttttgt ttgcaagcag 
cagattacgc 
     7861 gcagaaaaaa aggatctcaa gaagatcctt tgatcttttc tacggggtct 
gacgctcagt 



     7921 ggaacgaaaa ctcacgttaa gggattttgg tcatgagatt atcaaaaagg 
atcttcacct 
     7981 agatcctttt aaattaaaaa tgaagtttta aatcaatcta aagtatatat 
gagtaaactt 
     8041 ggtctgacag ttaccaatgc ttaatcagtg aggcacctat ctcagcgatc 
tgtctatttc 
     8101 gttcatccat agttgcctga ctccccgtcg tgtagataac tacgatacgg 
gagggcttac 
     8161 catctggccc cagtgctgca atgataccgc gagacccacg ctcaccggct 
ccagatttat 
     8221 cagcaataaa ccagccagcc ggaagggccg agcgcagaag tggtcctgca 
actttatccg 
     8281 cctccatcca gtctattaat tgttgccggg aagctagagt aagtagttcg 
ccagttaata 
     8341 gtttgcgcaa cgttgttgcc attgctacag gcatcgtggt gtcacgctcg 
tcgtttggta 
     8401 tggcttcatt cagctccggt tcccaacgat caaggcgagt tacatgatcc 
cccatgttgt 
     8461 gcaaaaaagc ggttagctcc ttcggtcctc cgatcgttgt cagaagtaag 
ttggccgcag 
     8521 tgttatcact catggttatg gcagcactgc ataattctct tactgtcatg 
ccatccgtaa 
     8581 gatgcttttc tgtgactggt gagtactcaa ccaagtcatt ctgagaatag 
tgtatgcggc 
     8641 gaccgagttg ctcttgcccg gcgtcaatac gggataatac cgcgccacat 
agcagaactt 
     8701 taaaagtgct catcattgga aaacgttctt cggggcgaaa actctcaagg 
atcttaccgc 
     8761 tgttgagatc cagttcgatg taacccactc gtgcacccaa ctgatcttca 
gcatctttta 
     8821 ctttcaccag cgtttctggg tgagcaaaaa caggaaggca aaatgccgca 
aaaaagggaa 
     8881 taagggcgac acggaaatgt tgaatactca tactcttcct ttttcaatat 
tattgaagca 
     8941 tttatcaggg ttattgtctc atgagcggat acatatttga atgtatttag 
aaaaataaac 
     9001 aaataggggt tccgcgcaca tttccccgaa aagtgccacc tgacgtcgac 
ggatcgggag 
     9061 atcaacttgt ttattgcagc ttataatggt tacaaataaa gcaatagcat 
cacaaatttc 
     9121 acaaataaag catttttttc actgcattct agttgtggtt tgtccaaact 
catcaatgta 
     9181 tcttatcatg tctggatcaa ctggataact caagctaacc aaaatcatcc 
caaacttccc 
     9241 accccatacc ctattaccac tgccaattac ctagtggttt catttactct 
aaacctgtga 
     9301 ttcctctgaa ttattttcat tttaaagaaa ttgtatttgt taaatatgta 
ctacaaactt 

  9361 agtagttttt aaagaaattg tatttgttaa atatgtacta caaacttagt agt 
// 


