pLV-TRE-MashI-IRES2-mKate

Backbone: pLV-TRE_EcoRI MashI-IRES2-EGFP_BsrGI

Insert: EcoRI Mashl-EYFP-2A-mKate BsiWI

Parts:

MashI-IRES2 (from pLV-TRE-MashI-IRES2-EGFP):

Tgaaccgtcagatcgcctgagtta-ggccattacggccc, gccaccatggagagctctggcaagatggagag
tggagccggccagcagccgcagcecccccgcageccttectgectececgecagectgettetttgecgaccgecggeggegyg
cggcagcggcggcggccgecggcagctcagagecgecgcagcagcaacagecgcaggecgccgecgcagcaggecgecgeag
ctgagcccggtggccgacagccageccctcagggggecggtcacaagtcagecggccaagcaggtcaagecgeccagegcete
gtcctctccggaactgatgecgectgcaaacgeccggctcaacttcageggettecggectacagectgeccacagcagcagce
cggccgccgtggecgecgeccgcaacgagcgcgagcgcaaccgggtcaagttggtcaacctgggttttgecacecctecgg
gagcatgtccccaacggcgcggccaacaagaagatgagcaaggtggagacgctgecgectecggeggtcgagtacatecg
cgcgctgcagcagctgctggacgagcacgacgcggtgagecgectgectttcaggegggegtectgtegeccaccatcet
cccccaactactccaacgacttgaactctatggecgggttcecteccggtcectegtectactecteccgacgagggatectac
gaccctcttagcccagaggaacaagagctgctggactttaccaactggttc-ggccgcctcggccatcgataagg
atccggaatgcccecctcectececteeccececceccecceccecectaacgttactggeccgaagecgecttggaataaggececggtgtgegttt
gtctatatgttattttccaccatattgccgtcttttggcaatgtgagggcccggaaacctggecctgtettettgac
gagcattcctaggggtctttccecctcectecgeccaaaggaatgcaaggtctgttgaatgtecgtgaaggaagcagttectce
tggaagcttcttgaagacaaacaacgtctgtagcgaccctttgcaggcagcggaaccccccacctggcgacaggtge
ctctgcggccaaaagccacgtgtataagatacacctgcaaaggcggcacaaccccagtgeccacgttgtgagttggat
agttgtggaaagagtcaaatggctctcctcaagcgtattcaacaaggggctgaaggatgcccagaaggtacccecatt
gtatgggatctgatctggggcctcggtgcacatgctttacatgtgtttagtcgaggttaaaaaaacgtctaggeccce
ccgaaccacggggacgtggttttcctttgaaaaacacgatgataatatggccaca, accatggtgagcaagggcgag
gagctgttcaccggggtggtgcccatcctggtcgagectggacggecgacgtaaacggeccacaagttcagegtyg

mKate (from Ngn1-EYFP-2A-mKate):

atggtgtctaagggcgaagagctgattaaggagaacatgcacatgaagctgtacatggagggcaccgtgaacaacca
ccacttcaagtgcacatccgagggcgaaggcaagccctacgagggcacccagaccatgagaatcaaggtggtcgagg
gcggccctctececttegecttecgacatcectggctaccagcecttcatgtacggcagcaaaaccttcatcaaccacacc
cagggcatccccgacttctttaagcagtceccttcececctgagggecttcacatgggagagagtcaccacatacgaagacgg
gggcgtgctgaccgctacccaggacaccagcctccaggacggctgectcatctacaacgtcaagatcagaggggtga
acttcccatccaacggccctgtgatgcagaagaaaacactcggctgggaggectccaccgagatgetgtaccececget
gacggcggcctggaaggcagaagcgacatggceccctgaagectecgtgggecgggggceccacctgatctgcaacttgaagac
cacatacagatccaagaaacccgctaagaacctcaagatgcccggegtctactatgtggacagaagactggaaagaa
tcaaggaggccgacaaagagacctacgtcgagcagcacgaggtggctgtggccagatactgcgacctcecctagcaaa

ctggggcacaaacttaat-,ggccgcctcggccattaattaagtgatctggcctccgcgccgggttttggcgcctc
cc



MashI-IRES2 forward primer (MashIIRES fwd EcoRI _2008-07-22):

BEggatgaaiiec tacggcccgecaccatggag
MashI-IRES2 reverse primer (MashIIRES rev_mKateOvlp 2008-07-22):

gaaaaacacgatgataatatggccacagggaacatggtgtctaagg

mKate forward primer (mKate fwd IRESOvlp 2008-07-22):

gccacagggaacatggtgtctaagggcgaagagctgattaagg
\\mKate reverse primer (mKate rev_BsrGI 2008-07-22):

\\cctagcaaactggggcacaaacttaatflatgtacaagtaag
*Fixed: mKate reverse primer (mKate rev_BsiWI 2008-07-23):

cctagcaaactggggcacaaacttaat_

Reverse Compliment: cttactcgtacgttaattaagtttgtgccccagtttgctagg

Final Construct:

_ttacggcccgccaccatggagagctctggcaagatggagagtggagccggccagcagccgcagcc
cccgcagceccttectgectececgecagectgettetttgecgaccgecggeggecggeggcagecggcecggecggecgeggecag
ctcagagcgcgcagcagcaacagccgcaggcgeccgccgcagcaggecgecgcagectgageeccggtggecgacagecag
ccctcagggggcggtcacaagtcagcggccaagcaggtcaagecgceccagecgcectegtectectececggaactgatgegetg
caaacgccggctcaacttcagcggcttecggctacagectgeccacagcagcageccggecgecgtggegegecgcaacyg
agcgcgagcgcaaccgggtcaagttggtcaacctgggttttgeccacccteccgggagcatgteccccaacggecgecggcec
aacaagaagatgagcaaggtggagacgctgcgctcggcggtcgagtacatcecgecgegectgcagcagectgectggacga
gcacgacgcggtgagcgctgcectttcaggcgggcecgtectgtegeccaccatctecccccaactactccaacgacttga
actctatggcgggttctccggtctcecgtcectacteccteccgacgagggatcecctacgaccctecttagecccagaggaacaa
gagctgctggactttaccaactggttc-ggccgcctcggccatcgataaggatccggaatgcccctctccctccc
ccccecceccecctaacgttactggeccgaagecgecttggaataaggeccggtgtgegtttgtectatatgttatttteccaccata
ttgccgtcttttggcaatgtgagggcccggaaacctggececctgtecttettgacgagcattecctaggggtectttecce
tctcgccaaaggaatgcaaggtctgttgaatgtcgtgaaggaagcagttecctctggaagecttecttgaagacaaacaa
cgtctgtagcgaccctttgcaggcagcggaaccceccccacctggecgacaggtgectectgecggeccaaaageccacgtgta
taagatacacctgcaaaggcggcacaaccccagtgccacgttgtgagttggatagttgtggaaagagtcaaatggcet
ctcctcaagcgtattcaacaaggggctgaaggatgcccagaaggtaccccattgtatgggatctgatctggggecte
ggtgcacatgctttacatgtgtttagtcgaggttaaaaaaacgtctaggccccccgaaccacggggacgtggtttte
ctttgaaaaacacgatgataatatggccacagggaacatggtgtctaagggcgaagagctgattaaggagaacatgce
acatgaagctgtacatggagggcaccgtgaacaaccaccacttcaagtgcacatccgagggcgaaggcaagccctac
gagggcacccagaccatgagaatcaaggtggtcgagggcggccecctctcececccttegecttecgacatecctggectaccag
cttcatgtacggcagcaaaaccttcatcaaccacacccagggcatccccgacttcectttaagcagtecttececctgagg
gcttcacatgggagagagtcaccacatacgaagacgggggcgtgctgaccgctacccaggacaccagcecctceccaggac
ggctgcctcatctacaacgtcaagatcagaggggtgaacttcccatccaacggeccctgtgatgcagaagaaaacact
cggctgggaggcctccaccgagatgctgtacccecgectgacggecggectggaaggcagaagcgacatggececctgaage
tcgtgggcgggggccacctgatctgcaacttgaagaccacatacagatccaagaaacccgctaagaacctcaagatyg



cccggcgtctactatgtggacagaagactggaaagaatcaaggaggccgacaaagagacctacgtcgagcagcacga
ggtggctgtggccagatactgcgacctccctagcaaactggggcacaaacttaat_



