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LOCUS Exported 9614 bp ds-DNA circular SYN 03-
NOV-2020
DEFINITION synthetic circular DNA
ACCESSION
VERSTION .
KEYWORDS PZIP-TRE3G-Puromycin
SOURCE synthetic DNA construct

ORGANISM synthetic DNA construct
REFERENCE 1 (bases 1 to 9614)
AUTHORS Transomic
TITLE Direct Submission
JOURNAL Exported Tuesday, Nov 3, 2020 from SnapGene 5.2.1
https://www.snapgene.com
FEATURES Location/Qualifiers
source 1..9614
/organism="synthetic DNA construct"
/mol type="other DNA"
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promoter 398..502
/label=AmpR promoter
CDS 503..1363

/codon_start=1
/label=AmpR

/translation="MSIQHFRVALIPFFAAFCLPVFAHPETLVKVKDAEDQLGARVGYT
ELDLNSGKILESFRPEERFPMMSTEFKVLLCGAVLSRIDAGQEQLGRRIHYSQONDLVEYS
PVTEKHLTDGMTVRELCSAAITMSDNTAANLLLTTIGGPKELTAFLHNMGDHVTRLDRW
EPELNEAIPNDERDTTMPVAMATTLRKLLTGELLTLASRQQLIDWMEADKVAGPLLRSA

LPAGWEFIADKSGAGERGSRGITIAALGPDGKPSRIVVIYTTGSQATMDERNROQIAEIGAS
LIKHW"
rep origin 1534..2119
/direction=RIGHT
/label=ori
/note="high-copy-number ColE1l/pMB1/pBR322/pUC origin
of
replication"”
LTR 2650..3283
/label=3"' LTR
misc feature 3491..4079
/label=WPRE
CDS complement (4097..4696)
/codon start=1
/label=PuroR

/translation="MTEYKPTVRLATRDDVPRAVRTLAAAFADYPATRHTVDPDRHIER
VTELQELFLTRVGLDIGKVWVADDGAAVAVWTTPESVEAGAVFAEIGPRMAELSGSRLA

AQOOMEGLLAPHRPKEPAWFLATVGVSPDHOGKGLGSAVVLPGVEAAERAGVPAFLETS
APRNLPFYERLGFTVTADVEVPEGPRTWCMTRKPGA"

promoter 4705..5034
/label=SV40 promoter
CDS complement (5045..5791)

/codon_start=1
/label=Tet-0On 3G

/translation="MSRLDKSKVINSALELLNGVGIEGLTTRKLAQKLGVEQPTLYWHV
KNKRALLDALPIEMLDRHHTHSCPLEGESWQDFLRNNAKSYRCALLSHRDGAKVHLGTR
PTEKQYETLENQLAFLCQOGFSLENALYALSAVGHFTLGCVLEEQEHQVAKEERETPTT

DSMPPLLKOATELFDROGAEPAFLFGLELITICGLEKQLKCESGGPTDALDDFDLDMLPA
DALDDFDLDMLPADALDDFDLDMLPG"

promoter 5810..6320
/label=hPGK promoter
promoter 6344..6708

/label=TRE3Gs promoter
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misc feature 6709..6723
/label=MCS
misc feature 6808..6903
/label=miR30.empty
misc feature 6898..6935
/label=I1llumina actual seq primer
gap 6936..6957
/estimated length=22
gap 6977..6998
/estimated length=22
misc feature 7018..7131
/label=miR30.empty
misc feature 7018..7039

/label=For 5' for Pool gPCR
/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 pl 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 gPCR reactions that were prepared

using
Absolute Blue gPCR SYBR Green master mix (Thermo
Scientific, Epsom, UK) and primers that amplify
common
sequence of the shRNA barcode PCR products
(For-5?caaggggctactttaggagcaa, Rev-
S5?aatttataccattttaattcagctttg), generating a product
of 127
bp."
polyA signal 7294..7428
/label=SV40 polyA signal
misc feature 7471..7587
/label=cPPT/CTS
misc feature 8079..8312
/label=RRE
misc_ feature 8809..8934
/label=Packaging Signal
LTR 8980..9614
/label=5"' LTR
ORIGIN

1 actactaagt ttgtagtaca tatttaacaa atacaatttc tttaaaaact
actaagtttg
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61 tagtacatat
gaatcacagg
121 tttagagtaa
ggtgggaagt
181 ttgggatgat
agatacattg
241 atgagtttgg
tgtgaaattt
301 gtgatgctat
gatctcccga
361 tccgtcgacg
tttgtttatt
421 tttctaaata
aaatgcttca
481 ataatattga
ttattccctt
541 ttttgcggca
aagtaaaaga
601 tgctgaagat
acagcggtaa
661 gatccttgag
ttaaagttct
721 gctatgtggc
gtcgccgcecat
781 acactattct
atcttacgga
841 tggcatgaca
acactgcggc
901 caacttactt
tgcacaacat
961 gggggatcat
ccataccaaa
1021 cgacgagcgt
aactattaac
1081 tggcgaacta
aggcggataa
1141 agttgcagga
ctgataaatc
1201 tggagccggt
atggtaagcc
1261 ctcccgtatc
aacgaaatag
1321 acagatcgct
accaagttta
1381 ctcatatata
tctaggtgaa
1441 gatccttttt
tccactgagc
1501 gtcagacccc
tgcgcgtaat
1561 ctgctgcttg
atcaagagct
1621 accaactctt
atactgttct

ttaacaaata
atgaaaccac
tttggttagc
acaaaccaca
tgctttattt
tcaggtggca
cattcaaata
aaaaggaaga
ttttgccttc
cagttgggtg
agttttcgcce
gcggtattat
cagaatgact
gtaagagaat
ctgacaacga
gtaactcgcc
gacaccacga
cttactctag
ccacttctgc
gagcgtgggt
gtagttatct
gagataggtg
ctttagattg
gataatctca
gtagaaaaga
caaacaaaaa

tttccgaagg

caatttcttt
taggtaattg
ttgagttatc
actagaatgc
gtaaccatta
cttttcgggg
tgtatccgcet
gtatgagtat
ctgtttttgc
cacgagtggg
ccgaagaacg
cccgtattga
tggttgagta
tatgcagtgc
tcggaggacc
ttgatcgttg
tgcctgtagce
cttccecggcea
gctcggccect
ctcgcggtat
acacgacggg
cctcactgat
atttaaaact
tgaccaaaat
tcaaaggatc
aaccgctacc

taactggctt

aaaatgaaaa
gcagtggtaa
cagttgatcc
agtgaaaaaa
taagctgcaa
aaatgtgcgc
catgagacaa
tcaacatttc
tcacccagaa
ttacatcgaa
ttttccaatg
cgccgggcaa
ctcaccagtc
tgccataacc
gaaggagcta
ggaaccggag
aatggcaaca
acaattaata
tccggcectggce
cattgcagca
gagtcaggca
taagcattgg
tcatttttaa
cccttaacgt
ttcttgagat
agcggtggtt

cagcagagcg

taattcagag
tagggtatgg
agacatgata
atgctttatt
taaacaagtt
ggaaccccta
taaccctgat
cgtgtcgceccc
acgctggtga
ctggatctca
atgagcactt
gagcaactcg
acagaaaagc
atgagtgata
accgcttttt
ctgaatgaag
acgttgcgca
gactggatgg
tggtttattg
ctggggccag
actatggatg
taactgtcag
tttaaaagga
gagttttcgt
ccttttttte
tgtttgccgg

cagataccaa
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1681 tctagtgtag
ctacatacct

1741 cgctctgcta
gtcttaccgg

1801 gttggactca
cggggggttc

1861 gtgcacacag
tacagcgtga

1921 gctatgagaa
cggtaagcgg

1981 cagggtcgga
ggtatcttta

2041 tagtcctgtc
gctcgtcagg

2101 ggggcggagc
tggccttttg

2161 ctggcctttt
ataaccgtat

2221 taccgccttt
gcagcgagtc

2281 agtgagcgag
cgcgttggcec

2341 gattcattaa
gtgagcgcaa

2401 cgcaattaat
ttatgcttcc

2461 ggctcgtatg
acagctatga

2521 ccatgattac
tgtcaaggcc

2581 tctcactctc
agatgacatg

2641 aactactact
ctctagttac

2701 cagagtcaca
ctttattgag

2761 gcttaagcag
tggtctaacc

2821 agagagaccc
ggctcgccac

2881 tccccagtcc
tccecttgtag

2941 caagctcgat
cacgtgatga

3001 aatgctaggc
atccatccca

3061 tgcaggctca
ttctacctta

3121 tctggctcaa
tctgacccect

3181 ggccctggtg
gatccacaga

3241 tcaaggatat
cttttctttt

ccgtagttag
atcctgttac
agacgatagt
cccagcttgg
agcgccacgc
acaggagagc
gggtttcgcc
ctatggaaaa
gctcacatgt
gagtgagctg
gaagcggaag
tgcagctggc
gtgagttagc
ttgtgtggaa
gccaagctct
tgatattcat
gctagagatt
caacagacgg
tgggttccct
agtacaggca
cgcccaggcec
atcagcagtt
ggctgtcaaa
cagggtgtaa
ctggtactag
tgtagttctg

cttgtcttcg

gccaccactt
cagtggctgc
taccggataa
agcgaacgac
ttcccgaagg
gcacgaggga
acctctgact
acgccagcaa
tctttectge
ataccgctcg
agcgcccaat
acgacaggtt
tcactcatta
ttgtgagcgg
agctagaggt
ttctttgcaa
ttccacactg
gcacacacta
agttagccag
aaaagcagct
acgcctcceccet
cttgaagtac
cctccactct
caagctggtg
cttgtagcac

ctaatcaggg

ttgggagtga

caagaactct
tgccagtggc
ggcgcagcgg
ctacaccgaa
gagaaaggcyg
gcttccaggg
tgagcgtcga
cgcggcecttt
gttatcccct
ccgcagccga
acgcaaaccg
tcccgactgg
ggcaccccag
ataacaattt
cgacggtaaa
gttataaata
actaaaaggg
cttgaagcac
agagctccca
gcttatatgc
ggaaagtccc
tccggatgceca
aacacttctc
ttctctecectt
catccaaagg
aagtagcctt

attagccctt

gtagcaccgc
gataagtcgt
tcgggctgaa
ctgagatacc
gacaggtatc
ggaaacgcct
tttttgtgat
ttacggttcc
gattctgtgg
acgaccgagc
cctctceceeg
aaagcgggca
gctttacact
cacacaggaa
acgctagcaa
ctgaataata
tctgagggat
tcaaggcaag
ggctcagatc
aggatctgag
cagcggaaag
gctctcgggce
tctcecgggtce
tattggcctc
tcagtggata
gtgtgtggta

ccagtcccct
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3301 aaaaagtggc
tacctgaggt

3361 gtgactggaa
aatcagcatt

3421 ggtagctgct
gactgcagaa

3481 ttaattccag
gcgaaggcga

3541 agacgcggaa
cgctggattg

3601 agggccgaag
aacacaggcg

3661 agcagccatg
agtgcccaac

3721 agccgagccc
cgtggcaata

3781 gggaggggga
gccccaacca

3841 gtgggggttg
aacgggccac

3901 aactcctcat
gaaagccata

3961 cgggaagcaa
cgtaaaagga

4021 gcaacatagt
aggttgattg

4081 ttccagacgc
cgcggtcectt

4141 cgggcacctc
gggaggttgc

4201 ggggcgcgga
tccactccgg

4261 ggagcacgac
ccgacggtgg

4321 ccaggaacca
atctgttgct

4381 gcgcggccag
gcgaacaccg

4441 cccccgette
tcgtccgcega

4501 cccacacctt
agctcggtga

4561 cccgctcgat
tcggcgaacg

4621 cggcggcgag
cgcaccgtgg

4681 gcttgtactc
agcctcctca

4741 ctacttctgg
taaaaaaaat

4801 tagtcagcca
ggatgggcgg

4861 agttaggggc
tacttctgcc

taagatctac
aaacccacct
gtattgctac
gcggggaggc
gaggccgceag
ggacgtagca
gaaaggacgt
ctgtccagca
aagcgaaagt
cgtcagcaaa
aaagagacag
tagcatgata
taagaatacc
gcgcgttcag
gacgtcggcg
ggtctccagg
ggcgctgccce
cgcgggcetcec
ccgggaaccg
gacgctctcc
gccgatgtcg
gtggcggtcc
ggtgcgtacg
ggtcatggtc
aatagctcag
tggggcggag

gggactatgg

agctgccttg
cctcecctecte
ttgtgattgc
ggcccaaagg
agccggcagce
gaaggacgtc
cagcttcccc
gcgggcaagyg

cccggaaagqg

cacagtgcac
caaccaggat
caaaggcatt
agtcaatctt
gcaccgggcet
gtgacggtga
aaggcgggca

agacccttgc

ttgggccggt
ctcaactcgg
ggcgtggtcc
agcccgacgce
gggtcgacgg
gcccggggga
gcgttttgca
aggccgagge
aatgggcgga

ttgctgacta

taagtcattg
ttgtgcttct
tccatgtttt
gagatccgac
aggccgceggyg
ccgcgcagaa
gacaacacca
caggcggcga
agctgacagg
accacgccac
ttatacaagg
aaagcagcgt
tcacaaattt
tgcgggtcat
agccgagccg
ccccggcegeg
cctggtggtc
gcggcgceceag
ccatgcgcgg
agaccgccac
gcgtgaggaa
tgtggcgcgt
cgtcgtcgcg
aaagcctagg
ggcctcggcece

actgggcgga

attgagatgc

gtcttaaagg
agccaggcac
tctaggtctc
tcgtctgagg
aaggaaggtc
tccaggtggc
cggaattgtc
tgagttccgce
tggtggcaat
gttgcctgac
aggagaaaat
atccacatag
tgtaatccag
gcaccaggtg
ctcgtagaag
ctcggccgcece
gggcgagacyg
gaggccttcc
gccgatctcecg
cgcggcgecg
gagttcttgc
ggcggggtag
ggtggcgagg
cctccaaaaa
tctgcataaa

gttaggggcg

atgctttgca
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4921 tgctggggag
gcatgctttg

4981 catacttctg
acacattcgc

5041 gcgtttaccc
ggcagcatat

5101 caaggtcaaa
tcgtcaaggg

5161 cgtcggtcgg
atgattagtt

5221 ccaggccgaa
attgcttgtt

5281 tcagaagtgg
gctacttgat

5341 gctcctgtte
agagcgtaca

5401 gtgcgttctc
tccagggttt

5461 cgtactgttt
cgatgtgaga

5521 ggagagcaca
gactcgcctt

5581 ccagggggca
gcatcgagca

5641 gggcccgett
agcttttgag

5701 cgagtttcct
agagcagagt

5761 ttatgacttt
tggggagaga

5821 ggtcggtgat
ggcttgcaga

5881 atgcggaaca
cccgcectecc

5941 gcaccgcccc
ctattggcca

6001 cagcccatcg
gcgagggtac

6061 tagtgagacg
aaggaacctt

6121 cccgacttag
gcggcgaaga

6181 tccgggtgac
gcgccgctge

6241 gtttcccgga
ctgccttgga

6301 aaaggcgcaa
cctatcagtg

6361 atagagaacg
cagactttac

6421 tccctatcag
agagaacgta

6481 tgaccagttt
cctatcagtg

cctggggact

cctgctgggg

ggggagcatg

gtcgtcaagg
cccgccgcett
aaggaaggca
gggcatagaa
ctccaatacg
cagggagaag
ctctgttggg
gcggtatgac
ggagtgggta
gttcttcacg
tgtcgtcagg
gctcttgtcc
tcggtcaacg
ccgcgcggge
ttccecggeceg
cggtcggcgce
tgcggcttcce
gggcggagca
gctgcgaacg
accacgccca
ccccaacccce
tatgaagagt
tgatagagaa

actccctatc

ttccacacct
agcctgggga
tcaaggtcaa
gcatcggctg
tcgcacttta
ggttcggctc
tcggtggtag
cagcccagtg
ccttgctgac
cgggtgccga
ttggcgttgt
tgatgcctgt
tgccagtaca
ccttcgatac
agtctagaca
agggagccga
aggaacaggyg
ctgctctcgg
gctgccattg
gtttgtcacg
ggaagcgtcg
gacgtgaaga
gagcagccgce
gtggaattat
ttactcccta
cgtataagga

agtgatagag

ggttgctgac
ctttccacac
aatcgtcaag
ggagcatgtc
gctgtttctc
cctgccggtce
gtgtctctct
taaagtggcc
acaggaacgc
gatgcacttt
tccgcagaaa
ccagcatctc
gggtaggctg
cgactccatt
tggtaattcg
ctgccgacgt
cccacactac
cgcgccctgce
ctccctggeg
tccggcacgce
ccggggggcce
atgtgcgaga
gtccctgcge
cacctcgatc
tcagtgatag
gtttactccc

aacgtatcta

taattgagat
cctaactgac
agcgtcagca
taagtcaaaa
caggccacat
gaacagctca
ttectetttt
cacggcggac
gagctgattt
agcccecgteg
gtcttgccat
gattggcagg
ctcaactccc
gagtaattcc
atgatccccc
gcgctccgga
cgccccacac
tgagcagccg
ctgtccgtcet
cgcgaaccgce
cacaagggta
cccagggtcg
aaacccaggg
gagtttactc
agaacgtatg
tatcagtgat

cagtttactc



o Stratech

6541 atagagaacg
agctttgcett

6601 atgtaaacca
aattccacaa

6661 cacttttgtc
attaattccc

6721 gtatacaccg
tatgataaga

6781 tctctcgact
ttacagaatc

6841 gttgcctgca
cccaacagaa

6901 ggctaaagaa
nnnnnnntag

6961 tgaagccaca
cggacttcaa

7021 ggggctactt
tatctctttg

7081 atacattttt
tcaattgacg

7141 cgtctggaca
agacaggagg

7201 gccgtcagag
tatcactcca

7261 acctaagaca
atacattgat

7321 gagtttggac
tgaaatttgt

7381 gatgctattg
gtcgataaac

7441 tggatctctg
tttgtttttg

7501 tagttcttta
ctgcactgta

7561 ccccccaatc
actaatcgaa

7621 tggatctgtc
ctgtcgggtc

7681 ccctcggggt
ctaactctat

7741 tcactataga
actatcatta

7801 tgaataattt
aaacttgccc

7861 atttatctaa
gattcttcaa

7921 ttaaggagtg
atccaggtcg

7981 tgtgattcca
ggcacagcag

8041 tggtgcaaat
tcctttaggt

8101 atctttccac
gtgagttgca

tatatccagt
gggcgcctat
ttataccaac
gtgccggegg
agggataaca
catcttggaa
ggtatattgc
gatgtannnn
taggagcaat
acaaagctga
gccaatgacg
ctactgccta
ggcgcagctt
aaaccaaaac
ccttatttgt
ctgtccctgt
gtttgtatgt
ccecectttte
tctgtctcte
tgggaggtgg
aagtacagca
tatataccac
ttccaataat
tattaagctt
aatctgttcc
gagttttcca

agccaggatt

ttactcccta
aaaagagtgc
tttccgtacc
atcggccgcg
gggtaattgt
acacttgctg
tgttgacagt
nnnnnnnnnn
tatcttgttt
attaaaatgg
ggtaagagag
atccaaagac
ccgagggatt
tagaatgcag
aaccattata
aataaacccg
ctgttgctat
ttttaaaggc
tctccacctt
gtctgaaacg
aaaactattc
agccaatttg
tcttgttcat
gtgtaattgt
agagatttat
gagcaacccc

cttgcctgga

tcagtgatag
tgattttttg
acttcctacc
actctagaat
ttgaatgagg
ggattacttc
gagcgnnnnn
nnnnnnnntg
actaaaactg
tataaattaa
tgacattttt
gggtaaaagt
tgagatccag
tgaaaaaaat
agctgcaata
aaaattttga
tatgtctact
gataccgtcg
cttcttctat
ataatggtga
ttaaacctac
ttatgttaaa
tcttttcttg
taatttctct
tactccaact
aaatccccag

gctgcttgat

agaacgtata
agtaaacttc
ctcgtaaaga
ttactagtca
cttcagtact
ttcaggttaa
nnnnnnnnnn
cctactgcct
aataccttgc
atcacttttt
cactaaccta
gataaaaatg
acatgataag
gccttatttg
aacaagttaa
atttttgtaa
attctttccc
agatccgttc
tccttegggce
atatccctgce
caagcctcct
ccaattccac
ctggttttgc
gtcccactcc
agcattccaa
gagctgttga

gccccagact
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8161 acagatgctg
actataccag

8221 acaataattg
gtgcttcctg

8281 ctgctcccaa
tctctctgcea

8341 ccactcttct
actactttat

8401 atttatataa
ctgaagatca

8461 gcggccggcc
ctatcttgtc

8521 taaagcttcc
gggttgctac

8581 tgtattatat
gtagctgtcc

8641 cagtatttgt
cgaatcgttc

8701 tagctccctg
cccctggect

8761 taaccgaatt
cgctctcgcea

8821 cccatctctc
ccagtcgccg

8881 cccctcgect
agagctcctc

8941 tggtttccct
tttccacact

9001 gactaaaagg
ggcacacact

9061 acttgaagca
tagttagcca

9121 gagagctccc
aaaaagcagc

9181 tgcttatatg
cacgcctccc

9241 tggaaagtcc
tcttgaagta

9301 ctccggatgce
acctccactc

9361 taacacttct
acaagctggt

9421 gttctctcct
gcttgtagca

9481 ccatccaaag
gctaatcagg

9541 gaagtagcct
tttgggagtg

9601 aattagccct
//

ttgcgcctca
tctggcctgt
gaacccaagg
ctttgccttg
ttcacttctc
gcttgctgtg
ttggtgtctt
aatgatctaa
ctacagcctt
cttgcccata
ttttcccatc
tccttcectage
cttgccgtgce
ttcgctttca
gtctgaggga
ctcaaggcaa
aggctcagat
caggatctga
ccagcggaaa
agctctcggg
ctctccgggt
ttattggcct
gtcagtggat
tgtgtgtggt

tcca

atagccctca
accgtcagcg
aacaaagctc
gtgggtgcta
caattgtccc
cggtggtctt
ttatctctat
gttcttctga
ctgatgtttc
ctatatgttt
gcgatctaat
ctccgctagt
gcgcttcagce
agtccctgtt
tctctagtta
gctttattga
ctggtctaac
gggctcgcca
gtcccttgta
ccacgtgatg
catccatccc
cttctacctt
atctgacccc

agatccacag

gcaaattgtt
tcattgacgc
ctattcccac
ctcctaatgg
tcatatctcc
acttttgttt
cctttgatgce
tcctgtctga
taacaggcca
taatttatat
tctcceecge
caaaattttt
aagccgagtc
cgggcgccac
ccagagtcac
ggcttaagca
cagagagacc
ctccccagtce
gcaagctcga
aaatgctagg
atgcaggctc
atctggctca
tggccctggt

atcaaggata

ctgctgctgc
tgcgcccata
tgctcttttt
ttcaattttt
tcctccaggt
tgctcttecct
acacaataga
agggatggtt
ggattaactg
tttttcttte
ttaatactga
ggcgtactca
ctgcgtcgag
tgctagagat
acaacagacg
gtgggttccc
cagtacaggc
ccgcccaggce
tatcagcagt
cggctgtcaa
acagggtgta
actggtacta
gtgtagttct

tcttgtcttce



