pLV-Ubc-rtTA-2A-LaclKrab-IRES-Puro

Backbone: pLV-Ubc Xbal rtTA-2A-Lacl/Krab-IRES2-Bla_Clal
OR pLV-Ubc Xbal Xbal Clal Puro (Choose either)

Insert: Xbal rtTA-2A-LacIKrab-IRES2-Puro Clal

Parts:

rtTA (from pLV-Ubc-rtTA-SecPen-IRES2-mCherrym):

ctggccgtttttggcttttttgttagacgaagcgtgagctcgaggtcgactctagaggatccccgggt_
_tcgcccaccatgtctagattagataaaagtaaagtgattaacagcgcattagagctgcttaatgagg

tcggaatcgaaggtttaacaacccgtaaactcgecccagaagecttggtgtagagcagectacactgtattggecatgta
aaaaataagcgggctttgctcgacgccttagccattgagatgttagataggcaccatactcacttttgececctttaaa
aggggaaagctggcaagattttttacgcaataacgctaaaagttttagatgtgctttactaagtcatcgcaatggag
caaaagtacattcagatacacggcctacagaaaaacagtatgaaactctcgaaaatcaattagecctttttatgccaa
caaggtttttcactagagaacgcgttatatgcactcagcgctgtggggcattttactttaggttgegtattggaaga
tcaagagcatcaagtcgctaaagaagaaagggaaacacctactactgatagtatgccgccattattacgacaagcta
tcgaattatttgatcaccaaggtgcagagccagccttcttattcggecttgaattgatcatatgcggattagaaaaa
caacttaaatgtgaaagtgggtccgcgtacagccgecgecgecgtacgaaaaacaattacgggtctaccatcgagggect
gctcgatctcccggacgacgacgcccccgaagaggcggggectggeggetececgegectgtectttetecececgegggac
acacgcgcagactgtcgacggcccccecccgaccgatgtcagectgggggacgagecteccacttagacggcgaggacgtyg
gcgatggcgcatgccgacgcgctagacgatttcgatctggacatgttgggggacggggattccccgggteccgggatt
taccccccacgactccgceccceccecctacggegcectectggatatggeccgacttcgagtttgagcagatgtttaccgatgecce
ttggaattgacgagtacggtgggtat

LacIKrab-IRES2 (from pLV-CMVTO-LacIKRAB-IRES2-EGFP):

atgaaaccagtaacgttatacgatgtcgcagagtatgccggtgtctcttatcagaccgtttcccgegtggtgaacca
ggccagccacgtttctgcgaaaacgcgggaaaaagtggaagcggcgatggecggagectgaattacattcccaaccgeg
tggcacaacaactggcgggcaaacagtcgttgctgattggecgttgeccacctccagtctggecctgcacgegecgteg
caaattgtcgcggcgattaaatctcgcgeccgatcaactgggtgeccagegtggtggtgtcgatggtagaacgaagecgg
cgtcgaagcctgtaaagcggcggtgcacaatcttctecgecgcaacgecgtcagtgggectgatcattaactatcececgetgg
atgaccaggatgccattgctgtggaagctgcctgcactaatgttccggegttatttecttgatgtctctgaccagaca
cccatcaacagtattattttctcccatgaagacggtacgcgactgggecgtggagcatctggtcgcattgggtcacca
gcaaatcgcgctgttagcgggcccattaagttctgtctecggegegtectgegtectggetggetggecataaatatectea
ctcgcaatcaaattcagccgatagcggaacgggaaggcgactggagtgccatgtccggttttcaacaaaccatgcaa
atgctgaatgagggcatcgttcccactgcgatgctggttgeccaacgatcagatggecgectgggecgcaatgecgegecat
taccgagtccgggctgecgecgttggtgecggatatctecggtagtgggatacgacgataccgaagacagctcatgttata
tcccgceccgttaaccaccatcaaacaggattttcecgectgectggggcaaaccagecgtggaccgettgetgcaactetet
cagggccaggcggtgaagggcaatcagctgttgccecgtcectcactggtgaaaagaaaaaccaccctggcgcecccaatac
gcaaaccgcctctcceccecgecgegttggecgattcattaatgcagetggcacgacaggtttececcgactggaaagecgggce



agagaccgccaaaaaagaagagaaaggtcgacggcggtggtgectttgtctcecctcagcactctgectgtcactcaagga
agtatcatcaagaacaaggagggcatggatgctaagtcactaactgcctggtcccggacactggtgaccttcaagga
tgtatttgtggacttcaccagggaggagtggaagctgctggacactgctcagcagatcgtgtacagaaatgtgatge
tggagaactataagaacctggtttccttgggttatcagcttactaagccagatgtgatccteccggttggagaaggga
gaagagccctggctggtggagagagaaattcaccaagagacccatcctgattcagagactgcatttgaaatcaaatce
atcagtttgaggatccggaatgcccctctcececctcecceccecceccececectaacgttactggeccgaagecgecttggaataagge
cggtgtgcgtttgtctatatgttattttccaccatattgececgtecttttggcaatgtgagggecccggaaacctggecce
tgtcttcttgacgagcattcctaggggtctttcececctectegeccaaaggaatgcaaggtectgttgaatgtecgtgaagg
aagcagttcctctggaagcttcttgaagacaaacaacgtctgtagcgaccctttgcaggcagcggaaccecceccacct
ggcgacaggtgcctctgcggccaaaagccacgtgtataagatacacctgcaaaggcggcacaaccccagtgeccacgt
tgtgagttggatagttgtggaaagagtcaaatggctctcctcaagecgtattcaacaaggggctgaaggatgcccaga
aggtaccccattgtatgggatctgatctggggcctcggtgcacatgctttacatgtgtttagtcgaggttaaaaaaa
cgtctaggccccccgaaccacggggacgtggttttecctttgaaaaacacgatgataatatggeccaca

Puromyocin (from pLV-Ubc-Puro):

Gccaccatgaccgagtacaagcccacggtgcgectecgeccaccecgecgacgacgtecccececgggecgtacgcaccctege
cgccgcgttcgceccgactaccceccgceccacgecgceccacaccgtecgacccggaccgeccacatcgagecgggtcaccgagetge
aagaactcttcctcacgcgcgtcgggectcgacatcggcaaggtgtgggtecgecggacgacggecgecgecggtggeggte
tggaccacgccggagagcgtcgaagcgggggecggtgttcgeccgagatcecggececcgegecatggecgagttgageggtte
ccggctggccgcgcagcaacagatggaaggcecctecctggecgeecgecaccggeccaaggageeccgegtggttectggeca
ccgtcggcecgtcectecgeccgaccaccagggcaagggtctgggcagegecgtegtgetecccggagtggaggecggecgag
cgcgccggggtgceccgecttectggagaccteccgegeccecgcaacctececttectacgageggeteggettecacegt

caccgccgacgtcgaggtgcccgaaggaccgcgcacctggtgcatgacccgcaagcccggtgcc_gaat
tcgatatcaagcttatcgataatcaacctctggattacaaaatttgtgaaagattgactgg

rtTA-2A-LaclKrab-IRES2 forward primer (rtTA-2A-LaclKrab-
IRES fwd Xbal tcc 2008-07-16):

atgeaEetagat cgcccaccat olERBE tagataaaag

rtTA-2A reverse primer (rtTA-2A _rev_LaclKrOverlap 2008-07-14):
ttgacgagtacggtgggtatgecaccaacttetetetgetgaageagge

LaclKrab forward primer (LacIKrab_fwd rtTA2AOverlap 2008-07-14):
[Egaageaggeeggegacgtggaggagaacecaggectadatgaaaccagtaacgttatacgaty

rtTA-2A-LaclKrab-IRES2 reverse primer (rtTA-2A-LaclKrab-
IRES rev_PuroOvlp 2008-07-16):

cctttgaaaaacacgatgataatatggccacagccaccatgaccgagt

Puro forward primer (Puro_fwd IRESOvlp 2008-07-16):

gataatatggccacagccaccatgaccgagtacaagcccac

Puro reverse primer (Puro_rev_XbalRmvd_Clal 2008-07-21):



geceqgtgcc NN » - c FESGEEaaEeaas
Final Construct:

_tcgcccaccatgttagataaaagtaaagtgattaacagcgcattagagctgcttaatgag
gtcggaatcgaaggtttaacaacccgtaaactcgcccagaagcttggtgtagagcagecctacactgtattggecatgt

aaaaaataagcgggctttgctcgacgccttageccattgagatgttagataggcaccatactcacttttgecctttaa
aaggggaaagctggcaagattttttacgcaataacgctaaaagttttagatgtgctttactaagtcatcgcaatgga
gcaaaagtacattcagatacacggcctacagaaaaacagtatgaaactctcgaaaatcaattagcctttttatgcecca
acaaggtttttcactagagaacgcgttatatgcactcagcgctgtggggcattttactttaggttgecgtattggaag
atcaagagcatcaagtcgctaaagaagaaagggaaacacctactactgatagtatgccgccattattacgacaagcet
atcgaattatttgatcaccaaggtgcagagccagccttcttattcggecttgaattgatcatatgecggattagaaaa
acaacttaaatgtgaaagtgggtccgcgtacagccgcgcgcecgtacgaaaaacaattacgggtctaccatcgagggcec
tgctcgatctccecggacgacgacgcccceccgaagaggcggggectggeggeteecgegectgtectttetecececgeggga
cacacgcgcagactgtcgacggcccceccceccgaccgatgtcagectgggggacgagcectceccacttagacggecgaggacgt
ggcgatggcgcatgccgacgcgctagacgatttcgatctggacatgttgggggacggggatteccececgggtecgggat
ttaccccccacgactceccecgeccectacggegetcectggatatggeccgacttecgagtttgagcagatgtttaccgatgece
cttggaattgacgagtacygtgggtat GEEHEEARCENEEeCEGEEAaGeaaGEegaeaaCaEaGaGaaGaates
_atgaaaccagtaacgttatacgatgtcgcagagtatgccggtgtctcttatcagaccgtttcccgcgtgg
tgaaccaggccagccacgtttctgcgaaaacgcgggaaaaagtggaagcggcgatggcggagctgaattacattcecce
aaccgcgtggcacaacaactggcgggcaaacagtcgttgctgattggegttgeccacctceccagtectggecctgcacge
gccgtcgcaaattgtcgecggcgattaaatctecgecgeccgatcaactgggtgeccagegtggtggtgtecgatggtagaac
gaagcggcgtcgaagcctgtaaagcggcggtgcacaatcttcectegegcaacgecgtcagtgggectgatcattaactat
ccgctggatgaccaggatgccattgctgtggaagctgecctgcactaatgtteccggegttatttettgatgtectectga
ccagacacccatcaacagtattattttctcccatgaagacggtacgcgactgggecgtggagcatctggtecgecattgg
gtcaccagcaaatcgcgctgttagcgggcecccattaagttcectgtctecggegegtectgegtetggetggetggecataaa
tatctcactcgcaatcaaattcagccgatagcggaacgggaaggcgactggagtgccatgtceccggttttcaacaaac
catgcaaatgctgaatgagggcatcgttcccactgcgatgctggttgeccaacgatcagatggecgectgggecgecaatge
gcgccattaccgagtccgggctgegegttggtgecggatatctecggtagtgggatacgacgataccgaagacagetca
tgttatatcccgeccgttaaccaccatcaaacaggattttecgectgectggggcaaaccagecgtggaccgecttgectgea
actctctcagggccaggcggtgaagggcaatcagctgttgecececgtctcactggtgaaaagaaaaaccaccctggege
ccaatacgcaaaccgcctctccececgecgegttggecgattcattaatgcagectggcacgacaggtttecccgactggaa
agcgggcagagaccgccaaaaaagaagagaaaggtcgacggcggtggtgetttgtcectecctcagcactctgectgtcac
tcaaggaagtatcatcaagaacaaggagggcatggatgctaagtcactaactgcctggtcccggacactggtgacct
tcaaggatgtatttgtggacttcaccagggaggagtggaagctgctggacactgctcagcagatcgtgtacagaaat
gtgatgctggagaactataagaacctggtttccttgggttatcagecttactaagccagatgtgatceccteccggttgga
gaagggagaagagccctggctggtggagagagaaattcaccaagagacccatcctgattcagagactgcatttgaaa
tcaaatcatcagtttgaggatccggaatgcccecctcecteccecctecccececccecececctaacgttactggeccgaageecgettgga
ataaggccggtgtgcgtttgtctatatgttattttccaccatattgececgtecttttggcaatgtgagggecccggaaac
ctggccctgtcecttcecttgacgagcattcctaggggtecttteccecctectecgeccaaaggaatgcaaggtectgttgaatgte
gtgaaggaagcagttcctctggaagcttcttgaagacaaacaacgtctgtagecgaccctttgcaggcagecggaacce
cccacctggcgacaggtgcecctctgecggeccaaaagccacgtgtataagatacacctgcaaaggcggcacaaccccagt
gccacgttgtgagttggatagttgtggaaagagtcaaatggctctcctcaagecgtattcaacaaggggctgaaggat
gcccagaaggtaccccattgtatgggatctgatctggggecctecggtgecacatgectttacatgtgtttagtecgaggtt
aaaaaaacgtctaggccccccgaaccacggggacgtggttttecctttgaaaaacacgatgataatatggccacagec
accatgaccgagtacaagcccacggtgcgcctcecgeccacccgcgacgacgtcceccgggecgtacgecaccctegecgce
cgcgttcgeccgactaccceccecgeccacgcgccacaccgtcgaccecggaccgceccacatcgagecgggtcaccgagectgecaag
aactcttcctcacgcgecgtcecgggectcecgacatcggcaaggtgtgggtcgecggacgacggecgecgeggtggeggtetgg

accacgccggagagcgtcgaagcgggggcggtgttecgecgagatcggececgegecatggeccgagttgageggtteceg



gctggccgcgcagcaacagatggaaggcctcectggecgeccgecaccggcecccaaggageeccgegtggttectggecaceg
tcggcgtctcgeccgaccaccagggcaagggtctgggcagegeecgtegtgeteccececggagtggaggecggecgagcge
gccggggtgcecceccgecttecctggagaccteccecgegecccgcaacctececttectacgageggectecggettcacegtceac
cgccgacgtcgaggtgcccgaaggaccgcgcacctggtgcatgacccgcaagcccggtgccngaattcI



