
LOCUS   Exported    8755 bp DNA   circular SYN 21-DEC-
2021 
DEFINITION  synthetic circular DNA 
ACCESSION   . 
VERSION   . 
KEYWORDS    pZIP-mCMV-mCherry-Hygromycin 
SOURCE    synthetic DNA construct 
  ORGANISM  recombinant plasmid 
REFERENCE   1  (bases 1 to 8755) 
  AUTHORS   Transomic 
  TITLE   Direct Submission 
  JOURNAL   Exported Dec 21, 2021 from SnapGene 6.0.0 

 https://www.snapgene.com 
FEATURES   Location/Qualifiers 

  source    1..8755 
  /mol_type="other DNA" 
  /organism="recombinant plasmid" 

  misc_feature    23..667 
  /label=CMV-LTR 

  misc_feature    720..856 
  /label=psi 

SalI  - SgrDI(8753)  

SspI(8636)  

FspI(8054)  

CsiI  - SexAI *(6666)  

PmeI(6574)  

PsiI(6524)  

Bsu36I(6181)  

PfoI(5733)  

AscI(5447)  

MluI(5440)  

3'-UltramiR

HpaI(5199)  

BamHI(5113)  

NotI(5103)  

RsrII(4484)  

SpeI   (41)

SnaBI   (382)

NheI   (405)

BmtI   (409)

NruI *   (867)

BspQI  - SapI   (1136)

FseI   (1184)

EcoNI   (1204)

MfeI   (1223)

KflI  - PpuMI   (1968)

MCS

BspDI  - ClaI   (2214)

BstZ17I (2227)

PacI   (2460)

BlpI   (2671)

AgeI   (2756)

MscI   (2792)

SbfI   (3117)

SgrAI   (3443)

XcmI   (3448)

BsrGI   (3462)

PspOMI   (3599)

ApaI   (3603)

PmlI   (3802)

PaqCI   (3825)

BsmBI  - Esp3I   (4144)

AsiSI   (4440)

pZIP-mCMV-mCherry-Hygromycin

8755 bp



  misc_feature    1348..1552 
 /label=rre 

  misc_feature    2062..2212 
  /label=cts 

  misc_feature    2213..2214 
  /label=MCS 

  promoter      2219..2755 
  /label=mCMV 

  CDS     2762..3472 
  /codon_start=1 
  /product="monomeric derivative of DsRed fluorescent 

protein 
  (Shaner et al., 2004)" 
  /label=mCherry 
  /note="mammalian codon-optimized" 

/translation="MVSKGEEDNMAIIKEFMRFKVHMEGSVNGHEFEIEGEGEGRPYEG 

TQTAKLKVTKGGPLPFAWDILSPQFMYGSKAYVKHPADIPDYLKLSFPEGFKWERVMNF 

EDGGVVTVTQDSSLQDGEFIYKVKLRGTNFPSDGPVMQKKTMGWEASSERMYPEDGALK 

GEIKQRLKLKDGGHYDAEVKTTYKAKKPVQLPGAYNVNIKLDITSHNEDYTIVEQYERA 
    EGRHSTGGMDELYK" 

  misc_feature    3484..4060 
    /label=IRES 

  CDS             4061..5101 
  /codon_start=1 
  /gene="aph(4)-Ia" 
  /product="aminoglycoside phosphotransferase from E. 

coli" 
  /label=HygR 
  /note="confers resistance to hygromycin" 

/translation="MGIPRGKKPELTATSVEKFLIEKFDSVSDLMQLSEGEESRAFSFD 

VGGRGYVLRVNSCADGFYKDRYVYRHFASAALPIPEVLDIGEFSESLTYCISRRAQGVT 

LQDLPETELPAVLQPVAEAMDAIAAADLSQTSGFGPFGPQGIGQYTTWRDFICAIADPH 

VYHWQTVMDDTVSASVAQALDELMLWAEDCPEVRHLVHADFGSNNVLTDNGRITAVIDW 

SEAMFGDSQYEVANIFFWRPWLACMEQQTRYFERRHPELAGSPRLRAYMLRIGLDQLYQ 

SLVDGNFDDAAWAQGRCDAIVRSGAGTVGRTQIARRSAAVWTDGCVEVLADSGNRRPST 
  RPRAKE" 

  misc_feature    5119..5213 
  /label=5'-UltramiR 

  misc_feature    5209..5246 
  /label=Illumina actual seq primer 

  misc_feature    5214..5325 
  /label=shRNA 

  gap     5247..5268 
 /estimated_length=22 



  gap     5288..5309 
  /estimated_length=22 

  misc_feature    5326..5388 
  /label=3'-UltramiR 

  misc_feature    5329..5350 
  /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 µl 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    5460..6051 
  /label=WPRE 

  misc_feature    6256..6491 
  /label=3'LTR 

  promoter      6585..6914 
  /label=SV40 
  /note="SV40 enhancer and early promoter" 

  rep_origin    6765..6900 
  /label=ori 
  /note="SV40 origin of replication" 

  rep_origin    complement(7003..7588) 
  /direction=LEFT 
  /label=ori 
  /note="high-copy-number ColE1/pMB1/pBR322/pUC origin 

of 
  replication" 

  CDS   complement(7759..8718) 
  /gene="bla" 
  /product="beta-lactamase" 
  /label=AmpR 



  /note="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 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 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 aagaactaca 
aaaacaaatt 
     2161 acaaaaattc aaaattttcg ggtttattac agggacagca gagatccagt 
ttatcgattg 
     2221 gcacgtatac tgagtcatta gggactttcc aatgggtttt gcccagtaca 
taaggtcaat 
     2281 aggggtgaat caacaggaaa gtcccattgg agccaagtac actgagtcaa 
tagggacttt 
     2341 ccattgggtt ttgcccagta caaaaggtca atagggggtg agtcaatggg 
tttttcccat 
     2401 tattggcacg tacataaggt caataggggt gagtcattgg gtttttccag 
ccaatttaat 
     2461 taaaacgcca tgtactttcc caccattgac gtcaatgggc tattgaaact 
aatgcaacgt 
     2521 gacctttaaa cggtactttc ccatagctga ttaatgggaa agtaccgttc 
tcagagccaa 
     2581 tacacgtcaa tgggaagtga aagggcagcc aaaacgtaac accgccccgg 
ttttcccctg 
     2641 gaaattccat attggcacgc attctattgg ctgagctgcg ttctacgtgg 
gtataagagg 
     2701 cgcgaccagc gtcggtaccg tcgcagtctt cggtctgacc accgtagaac 
gcagaaccgg 
     2761 tatggtgagc aagggcgagg aggataacat ggccatcatc aaggagttca 
tgcgcttcaa 
     2821 ggtgcacatg gagggctccg tgaacggcca cgagttcgag atcgagggcg 
agggcgaggg 
     2881 ccgcccctac gagggcaccc agaccgccaa gctgaaggtg accaagggtg 
gccccctgcc 
     2941 cttcgcctgg gacatcctgt cccctcagtt catgtacggc tccaaggcct 
acgtgaagca 
     3001 ccccgccgac atccccgact acttgaagct gtccttcccc gagggcttca 
agtgggagcg 
     3061 cgtgatgaac ttcgaggacg gcggcgtggt gaccgtgacc caggactcct 
ccctgcagga 



     3121 cggcgagttc atctacaagg tgaagctgcg cggcaccaac ttcccctccg 
acggccccgt 
     3181 aatgcagaag aagaccatgg gctgggaggc ctcctccgag cggatgtacc 
ccgaggacgg 
     3241 cgccctgaag ggcgagatca agcagaggct gaagctgaag gacggcggcc 
actacgacgc 
     3301 tgaggtcaag accacctaca aggccaagaa gcccgtgcag ctgcccggcg 
cctacaacgt 
     3361 caacatcaag ttggacatca cctcccacaa cgaggactac accatcgtgg 
aacagtacga 
     3421 acgcgccgag ggccgccact ccaccggcgg catggacgag ctgtacaagt 
aagaattcaa 
     3481 ttccgcccct ctccctcccc cccccctaac gttactggcc gaagccgctt 
ggaataaggc 
     3541 cggtgtgcgt ttgtctatat gttattttcc accatattgc cgtcttttgg 
caatgtgagg 
     3601 gcccggaaac ctggccctgt cttcttgacg agcattccta ggggtctttc 
ccctctcgcc 
     3661 aaaggaatgc aaggtctgtt gaatgtcgtg aaggaagcag ttcctctgga 
agcttcttga 
     3721 agacaaacaa cgtctgtagc gaccctttgc aggcagcgga accccccacc 
tggcgacagg 
     3781 tgcctctgcg gccaaaagcc acgtgtataa gatacacctg caaaggcggc 
acaaccccag 
     3841 tgccacgttg tgagttggat agttgtggaa agagtcaaat ggctctcctc 
aagcgtattc 
     3901 aacaaggggc tgaaggatgc ccagaaggta ccccattgta tgggatctga 
tctggggcct 
     3961 cggtgcacat gctttacatg tgtttagtcg aggttaaaaa aacgtctagg 
ccccccgaac 
     4021 cacggggacg tggttttcct ttgaaaaaca cgataatacc atgggaattc 
cccggggcaa 
     4081 aaagcctgaa ctcaccgcga cgtctgtcga gaagtttctg atcgaaaagt 
tcgacagcgt 
     4141 ctccgacctg atgcagctct cggagggcga agaatctcgt gctttcagct 
tcgatgtagg 
     4201 agggcgtgga tatgtcctgc gggtaaatag ctgcgccgat ggtttctaca 
aagatcgtta 
     4261 tgtttatcgg cactttgcat cggccgcgct cccgattccg gaagtgcttg 
acattgggga 
     4321 attcagcgag agcctgacct attgcatctc ccgccgtgca cagggtgtca 
cgttgcaaga 
     4381 cctgcctgaa accgaactgc ccgctgttct gcagccggtc gcggaggcca 
tggatgcgat 
     4441 cgctgcggcc gatcttagcc agacgagcgg gttcggccca ttcggaccgc 
aaggaatcgg 
     4501 tcaatacact acatggcgtg atttcatatg cgcgattgct gatccccatg 
tgtatcactg 
     4561 gcaaactgtg atggacgaca ccgtcagtgc gtccgtcgcg caggctctcg 
atgagctgat 
     4621 gctttgggcc gaggactgcc ccgaagtccg gcacctcgtg cacgcggatt 
tcggctccaa 
     4681 caatgtcctg acggacaatg gccgcataac agcggtcatt gactggagcg 
aggcgatgtt 



     4741 cggggattcc caatacgagg tcgccaacat cttcttctgg aggccgtggt 
tggcttgtat 
     4801 ggagcagcag acgcgctact tcgagcggag gcatccggag cttgcaggat 
cgccgcggct 
     4861 ccgggcgtat atgctccgca ttggtcttga ccaactctat cagagcttgg 
ttgacggcaa 
     4921 tttcgatgat gcagcttggg cgcagggtcg atgcgacgca atcgtccgat 
ccggagccgg 
     4981 gactgtcggg cgtacacaaa tcgcccgcag aagcgcggcc gtctggaccg 
atggctgtgt 
     5041 agaagtactc gccgatagtg gaaaccgacg ccccagcact cgtccgaggg 
caaaggaata 
     5101 ggcggccgca atggatcctg tttgaatgag gcttcagtac tttacagaat 
cgttgcctgc 
     5161 acatcttgga aacacttgct gggattactt cttcaggtta acccaacaga 
aggctaaaga 
     5221 aggtatattg ctgttgacag tgagcgnnnn nnnnnnnnnn nnnnnnnnta 
gtgaagccac 
     5281 agatgtannn nnnnnnnnnn nnnnnnnnnt gcctactgcc tcggacttca 
aggggctact 
     5341 ttaggagcaa ttatcttgtt tactaaaact gaataccttg ctatctcttt 
gatacatttt 
     5401 tacaaagctg aattaaaatg gtataaatta aatcacttta cgcgtggcgc 
gcctggaaca 
     5461 atcaacctct ggattacaaa atttgtgaaa gattgactgg tattcttaac 
tatgttgctc 
     5521 cttttacgct atgtggatac gctgctttaa tgcctttgta tcatgctatt 
gcttcccgta 
     5581 tggctttcat tttctcctcc ttgtataaat cctggttgct gtctctttat 
gaggagttgt 
     5641 ggcccgttgt caggcaacgt ggcgtggtgt gcactgtgtt tgctgacgca 
acccccactg 
     5701 gttggggcat tgccaccacc tgtcagctcc tttccgggac tttcgctttc 
cccctcccta 
     5761 ttgccacggc ggaactcatc gccgcctgcc ttgcccgctg ctggacaggg 
gctcggctgt 
     5821 tgggcactga caattccgtg gtgttgtcgg ggaagctgac gtcctttcca 
tggctgctcg 
     5881 cctgtgttgc cacctggatt ctgcgcggga cgtccttctg ctacgtccct 
tcggccctca 
     5941 atccagcgga ccttccttcc cgcggcctgc tgccggctct gcggcctctt 
ccgcgtcttc 
    6001 gccttcgccc tcagacgagt cggatctccc tttgggccgc ctccccgcct 

ggaattaatt 
     6061 ctgcagtcga gacctagaaa aacatggagc aatcacaagt agcaatacag 
cagctaccaa 
     6121 tgctgattgt gcctggctag aagcacaaga ggaggaggag gtgggttttt 
ccagtcacac 
     6181 ctcaggtacc tttaagacca atgacttaca aggcagctgt agatcttagc 
cactttttaa 
     6241 aagaaaagag gggactggaa gggctaattc actcccaacg aagacaagat 
ctgctttttg 
     6301 cttgtactgg gtctctctgg ttagaccaga tctgagcctg ggagctctct 
ggctaactag 



     6361 ggaacccact gcttaagcct caataaagct tgccttgagt gcttcaagta 
gtgtgtgccc 
     6421 gtctgttgtg tgactctggt aactagagat ccctcagacc cttttagtca 
gtgtggaaaa 
     6481 tctctagcag tagtagttca tgtcatctta ttattcagta tttataactt 
gcaaagaaat 
     6541 gaatatcaga gagtgagagg ccttgacatt gtttaaactg gaatgtgtgt 
cagttagggt 
     6601 gtggaaagtc cccaggctcc ccagcaggca gaagtatgca aagcatgcat 
ctcaattagt 
     6661 cagcaaccag gtgtggaaag tccccaggct ccccagcagg cagaagtatg 
caaagcatgc 
     6721 atctcaatta gtcagcaacc atagtcccgc ccctaactcc gcccatcccg 
cccctaactc 
     6781 cgcccagttc cgcccattct ccgccccatg gctgactaat tttttttatt 
tatgcagagg 
     6841 ccgaggccgc ctctgcctct gagctattcc agaagtagtg aggaggcttt 
tttggaggcc 
     6901 taggcttttg caaaaagctc ccgggagctt gtatatccat tacatgtgag 
caaaaggcca 
     6961 gcaaaaggcc aggaaccgta aaaaggccgc gttgctggcg tttttccata 
ggctccgccc 
     7021 ccctgacgag catcacaaaa atcgacgctc aagtcagagg tggcgaaacc 
cgacaggact 
     7081 ataaagatac caggcgtttc cccctggaag ctccctcgtg cgctctcctg 
ttccgaccct 
     7141 gccgcttacc ggatacctgt ccgcctttct cccttcggga agcgtggcgc 
tttctcatag 
     7201 ctcacgctgt aggtatctca gttcggtgta ggtcgttcgc tccaagctgg 
gctgtgtgca 
     7261 cgaacccccc gttcagcccg accgctgcgc cttatccggt aactatcgtc 
ttgagtccaa 
     7321 cccggtaaga cacgacttat cgccactggc agcagccact ggtaacagga 
ttagcagagc 
     7381 gaggtatgta ggcggtgcta cagagttctt gaagtggtgg cctaactacg 
gctacactag 
     7441 aagaacagta tttggtatct gcgctctgct gaagccagtt accttcggaa 
aaagagttgg 
     7501 tagctcttga tccggcaaac aaaccaccgc tggtagcggt ttttttgttt 
gcaagcagca 
     7561 gattacgcgc agaaaaaaag gatctcaaga agatcctttg atcttttcta 
cggggtctga 
     7621 cgctcagtgg aacgaaaact cacgttaagg gattttggtc atgagattat 
caaaaaggat 
     7681 cttcacctag atccttttaa attaaaaatg aagttttaaa tcaatctaaa 
gtatatatga 
     7741 gtaaacttgg tctgacagtt accaatgctt aatcagtgag gcacctatct 
cagcgatctg 
     7801 tctatttcgt tcatccatag ttgcctgact ccccgtcgtg tagataacta 
cgatacggga 
     7861 gggcttacca tctggcccca gtgctgcaat gataccgcga gacccacgct 
caccggctcc 
     7921 agatttatca gcaataaacc agccagccgg aagggccgag cgcagaagtg 
gtcctgcaac 



     7981 tttatccgcc tccatccagt ctattaattg ttgccgggaa gctagagtaa 
gtagttcgcc 
     8041 agttaatagt ttgcgcaacg ttgttgccat tgctacaggc atcgtggtgt 
cacgctcgtc 
     8101 gtttggtatg gcttcattca gctccggttc ccaacgatca aggcgagtta 
catgatcccc 
     8161 catgttgtgc aaaaaagcgg ttagctcctt cggtcctccg atcgttgtca 
gaagtaagtt 
     8221 ggccgcagtg ttatcactca tggttatggc agcactgcat aattctctta 
ctgtcatgcc 
     8281 atccgtaaga tgcttttctg tgactggtga gtactcaacc aagtcattct 
gagaatagtg 
     8341 tatgcggcga ccgagttgct cttgcccggc gtcaatacgg gataataccg 
cgccacatag 
     8401 cagaacttta aaagtgctca tcattggaaa acgttcttcg gggcgaaaac 
tctcaaggat 
     8461 cttaccgctg ttgagatcca gttcgatgta acccactcgt gcacccaact 
gatcttcagc 
     8521 atcttttact ttcaccagcg tttctgggtg agcaaaaaca ggaaggcaaa 
atgccgcaaa 
     8581 aaagggaata agggcgacac ggaaatgttg aatactcata ctcttccttt 
ttcaatatta 
     8641 ttgaagcatt tatcagggtt attgtctcat gagcggatac atatttgaat 
gtatttagaa 

  8701 aaataaacaa ataggggttc cgcgcacatt tccccgaaaa gtgccacctg acgtc 
// 


