pLV_ Hefla/LacO -MashI-EGFP-Ubc-Hyg

Backbone: pLV-Hefla-LacOid-Nhel-Ngn3-T7-IRES2-DsRed2

Insert: Sfil Mashl-EGFP-Ubc-Hyg BstEII

Parts:

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

atggagagctctggcaagatggagagtggagccggccagcagccgcagccccecgcagececttectgectecegecage
ctgcttctttgcgaccgcggcggecggecggcagecggcggecggeccgecggcagectcagagecgecgcagcagcaacagecge
aggcgccgccgcagcaggcgcecgcagectgagececggtggecgacagecagecctcagggggeggtcacaagtcageg
gccaagcaggtcaagcgccagcgctcecgtectecteccggaactgatgecgectgcaaacgecggctcaacttcageggett
cggctacagcctgccacagcagcagccggccgecgtggecgegecgcaacgagecgecgagegcaaccgggtcaagttgg
tcaacctgggttttgccaccctccgggagcatgtccccaacggecgecggccaacaagaagatgagcaaggtggagacyg
ctgcgctcggecggtcgagtacatccgecgegectgcagcagectgectggacgagcacgacgcggtgagegetgectttea
ggcgggcgtcctgtcgcecccaccatctceccecccaactactccaacgacttgaactctatggegggttecteccggtetegt
cctactcctccgacgagggatcctacgaccctcecttagecccagaggaacaagagctgectggactttaccaactggtte

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

atggtgagcaagggcgaggagctgttcaccggggtggtgcccatcctggtcgagectggacggcgacgtaaacggceca
caagttcagcgtgtccggcgagggcgagggcgatgccacctacggcaagctgaccctgaagttcatctgcaccaccyg
gcaagctgcccgtgccctggcecccaccctecgtgaccaccctgacctacggegtgcagtgettcagecgetaccececgac
cacatgaagcagcacgacttcttcaagtccgccatgecccgaaggctacgtccaggagecgecaccatcttettcaagga
cgacggcaactacaagacccgcgccgaggtgaagttcgagggcgacaccctggtgaaccgcatcgagctgaagggca
tcgacttcaaggaggacggcaacatcctggggcacaagctggagtacaactacaacagccacaacgtctatatcatyg
gccgacaagcagaagaacggcatcaaggtgaacttcaagatccgccacaacatcgaggacggcagcgtgcagcectege
cgaccactaccagcagaacacccccatcggcgacggcecccecgtgectgectgeccgacaaccactacctgagcaccecagt
ccgccctgagcaaagaccccaacgagaagcgcgatcacatggtectgectggagttegtgaccgecgecgggatcact

ctcggcatggacgagctgtacaag-

Ubc (from pLV-Ubc-IRES2-Hyg):

gatctggcctccgcgeccgggttttggecgectecccgecgggegecceccectectcacggecgagegectgeccacgtcagacyg
aagggcgcaggagcgtcctgatccttcececgeccggacgctcaggacagecggeccgctgectcataagactcecggecttag
aaccccagtatcagcagaaggacattttaggacgggacttgggtgactctagggcactggttttctttccagagage
ggaacaggcgaggaaaagtagtcccttctcecggcgattctgecggagggatctccgtggggecggtgaacgecgatgatt
atataaggacgcgccgggtgtggcacagctagttcecgtcgcagecgggatttgggtcgeggttettgtttgtggate
gctgtgatcgtcacttggtgagtagcgggctgctgggectggececggggetttegtggecgecgggecgetecggtggga
cggaagcgtgtggagagaccgccaagggctgtagtctgggteccgecgagcaaggttgecctgaactgggggttggggg
gagcgcagcaaaatggcggctgttcccgagtcttgaatggaagacgecttgtgaggecgggectgtgaggtegttgaaac
aaggtggggggcatggtgggcggcaagaacccaaggtcttgaggccttcgectaatgcgggaaagectcecttattecgggt



gagatgggctggggcaccatctggggaccctgacgtgaagtttgtcactgactggagaactcggtttgtegtetgtt
gcgggggcggcagttatgcggtgcecgttgggcagtgcaccecgtacctttgggagecgecgegecctegtegtgtegtga
cgtcacccgttctgttggecttataatgcagggtggggccacctgeccggtaggtgtgecggtaggettttecteecgtege
aggacgcagggttcgggcctagggtaggctctcecctgaatcgacaggecgeccggacctcectggtgaggggagggataagt
gaggcgtcagtttctttggtcggttttatgtacctatcttcttaagtagctgaagctccggttttgaactatgeget
cggggttggcgagtgtgttttgtgaagttttttaggcaccttttgaaatgtaatcatttgggtcaatatgtaatttt
cagtgttagactagtaaattgtccgctaaattctggeccgtttttggettttttgttagacgaag

Hyg (from pLV-Ubc-IRES2-Hyg):

atgaaaaagcctgaactcaccgcgacgtctgtcgagaagtttctgatcgaaaagttcgacagecgtctccgacctgat
gcagctctcggagggcgaagaatctcgtgectttcagecttecgatgtaggagggecgtggatatgtecctgecgggtaaata
gctgcgccgatggtttctacaaagatcgttatgtttatcggcactttgecatcggecgegetececcgattecggaagtyg
cttgacattggggaattcagcgagagcctgacctattgcatcteccecgecgtgcacagggtgtcacgttgcaagacct
gcctgaaaccgaactgcccecgcectgttectgcagecggtecgeggaggeccatggatgecgatecgetgeggecgatcettagece
agacgagcgggttcggcccattcggaccgcaaggaatcggtcaatacactacatggcgtgatttcatatgecgecgatt
gctgatccccatgtgtatcactggcaaactgtgatggacgacaccgtcagtgecgtcecgtegegecaggetectecgatga
gctgatgctttgggccgaggactgccccgaagtccggcacctecgtgcacgecggatttecggecteccaacaatgtectga
cggacaatggccgcataacagcggtcattgactggagcgaggcgatgttcggggattcccaatacgaggtcgceccaac
atcttcttctggaggccgtggttggecttgtatggagcagcagacgecgectacttcgagecggaggcatccggagettge
aggatcgccgcggctccgggecgtatatgectcececgecattggtecttgaccaactctatcagagettggttgacggecaatt
tcgatgatgcagcttgggcgcagggtcgatgcgacgcaatcgteccgatccggageccgggactgtcgggegtacacaa
atcgcccgcagaagcgcggcecgtcectggaccgatggectgtgtagaagtactcgeccgatagtggaaaccgacgecccag
cactcgtccggatcgggagatgggggaggctaac-

2A:
ggatctggcgccaccaacttctctctgectgaagcaggeccggecgacgtggaggagaacccaggeccca
helical linker:

- Mashl forward primer (Mashl_fwd_EcoRI 2008-07-08)

FEAEGENEEEAEERRREREGccacsa t sgagagot et ggcaagat

- Mashl reverse primer (Mashl_rev_helixNostop 2008-07-17)
(fw) gctggactttaccaactggttc_

Reverse Compliment: ccgttgttgttgccgccgttgttgccgaaccagttggtaaagtccage

- EGFP forward primer (EGFP_forward helix 2008-07-17)
B G EaEEEEEaEeEEE - - g - 92 gcaagggcgaggagetyg

- EGFP reverse primer (EGFP_rev_stop Xcml 2008-07-17)
(fw) tcggcatggacgagctgtacaag_gatctgg

Reverse Compliment: ttcccgatccaatccccacctggttattacttgtacagctcgtccatgec



- Ubc forward primer (Ubc_fwd_CerXcmlrevOverlap 2008-07-08)
_gatctggcctccgcgccgggt

- Ubc reverse primer (Ubc_rev_kozak HygOverlap 2008-07-08)

(fw) gcttttttgttagacgaaggccgccaccatgaaaaagcctyg

Reverse Compliment: caggctttttcatggtggcggccttcgtctaacaaaaaagc

- Hyg forward primer (Hyg fwd_kozak UbcOverlap 2008-07-08)

Cgaaggccgccaccatgaaaaagcctgaactcacc

- Hyg reverse primer (Hyg rev_BstEIl 2008-07-08)
(fw) gatgggggaggctaactgaEgotoacestgace

Reverse Compliment: ggtcacggtcacctcagttagcctcccccatc

Final Construct:

_gccaccatggagagctctggcaagatggagagtggagccggccagcagccgcagcccc
cgcagcccttectgectceeccgecagectgettetttgecgaccgecggeggecggeggcagecggecggeggecgeggcecagcet
cagagcgcgcagcagcaacagccgcaggcgccgecgcagecaggecgecgcagectgageccggtggecgacagecagee
ctcagggggcggtcacaagtcagcggccaagcaggtcaagcgccagecgctegtectcectececggaactgatgegetgceca
aacgccggctcaacttcagcggcttcecggctacagectgeccacagcagcageccggecgecgtggegegecgcaacgag
cgcgagcgcaaccgggtcaagttggtcaacctgggttttgeccacccteccgggagcatgteccccaacggecgecggecaa
caagaagatgagcaaggtggagacgctgcgctcggecggtcgagtacatcecgegegetgcagcagectgectggacgage
acgacgcggtgagcgctgcectttcaggcgggecgtecctgtegeccaccatcteccecccaactactceccaacgacttgaac
tctatggcgggttctcecggtctegtectactecteccgacgagggatcecctacgaccctecttagecccagaggaacaaga
gctgctggactttaccaactggttc_atggtgagcaag
ggcgaggagctgttcaccggggtggtgcccatcctggtcgagectggacggcgacgtaaacggccacaagttcagegt
gtccggcgagggcgagggcgatgccacctacggcaagctgaccctgaagttcatectgcaccaccggcaagectgeeccg
tgccctggeccaccctecgtgaccaccctgacctacggecgtgcagtgecttcagecgectacceccgaccacatgaagcag
cacgacttcttcaagtccgccatgcccgaaggctacgtccaggagecgcaccatcecttcecttcaaggacgacggcaacta
caagacccgcgccgaggtgaagttcgagggcgacaccctggtgaaccgcatcgagctgaagggcatcgacttcaagg
aggacggcaacatcctggggcacaagctggagtacaactacaacagccacaacgtctatatcatggccgacaagcag
aagaacggcatcaaggtgaacttcaagatccgccacaacatcgaggacggcagcgtgcagctcgeccgaccactacca
gcagaacacccccatcggcgacggceccceccgtgetgectgececcgacaaccactacctgagecacccagtceccgecctgagea
aagaccccaacgagaagcgcgatcacatggtcctgectggagttecgtgaccgececgeccgggatcactectecggecatggac
gagctgtacaag_gatctggcctccgcgccgggttttggcgcctcccgcggg
cgcccccectectcacggecgagegectgeccacgtcagacgaagggcecgcaggagegtectgatecttececgececggacgcet
caggacagcggcccgctgctcataagactcggeccttagaaccccagtatcagcagaaggacattttaggacgggact
tgggtgactctagggcactggttttctttccagagagcggaacaggcgaggaaaagtagtceccttectecggecgattet
gcggagggatctccgtggggcggtgaacgccgatgattatataaggacgecgeccgggtgtggcacagectagtteegtce
gcagccgggatttgggtcgecggttecttgtttgtggatcgectgtgatcgtcacttggtgagtagecgggetgetggget
ggccggggctttecgtggeccgecgggecgectecggtgggacggaagecgtgtggagagaccgceccaagggectgtagtetgg
gtccgcgagcaaggttgeccecctgaactgggggttggggggagcecgcagcaaaatggecggectgttecccgagtettgaatyg



gaagacgcttgtgaggcgggctgtgaggtcgttgaaacaaggtggggggcatggtgggcggcaagaacccaaggtet
tgaggccttcgctaatgcgggaaagctcttattecgggtgagatgggectggggcaccatctggggaccctgacgtgaa

gtttgtcactgactggagaactcggtttgtcgtctgttgecgggggecggcagttatgecggtgecgttgggcagtgcecac
ccgtacctttgggagcgcgecgceccctegtecgtgtegtgacgtcaccegttetgttggettataatgcagggtggggcece
acctgccggtaggtgtgcggtaggecttttcteccgtecgcaggacgcagggttecgggectagggtaggectcectectgaat
cgacaggcgccggacctctggtgaggggagggataagtgaggcgtcagtttectttggtcggttttatgtacctatct
tcttaagtagctgaagctccggttttgaactatgecgectcggggttggegagtgtgttttgtgaagttttttaggecac
cttttgaaatgtaatcatttgggtcaatatgtaattttcagtgttagactagtaaattgtccgctaaattctggecg
tttttggcttttttgttagacgaaggccgccaccatgaaaaagcctgaactcaccgecgacgtectgtcgagaagttte
tgatcgaaaagttcgacagcgtctccgacctgatgcagectctcggagggcgaagaatctegtgetttcagettegat
gtaggagggcgtggatatgtcctgcgggtaaatagctgecgecgatggtttctacaaagatcgttatgtttatecggea
ctttgcatcggccgecgcectecccgatteccggaagtgettgacattggggaattcagcgagagectgacctattgecatcet
cccgccgtgcacagggtgtcacgttgcaagacctgectgaaaccgaactgeccecgectgttetgcagecggtecgeggag
gccatggatgcgatcgctgecggceccgatcttageccagacgagecgggttecggeccattecggaccgcaaggaatecggtcea
atacactacatggcgtgatttcatatgcgcgattgctgatccccatgtgtatcactggcaaactgtgatggacgaca
ccgtcagtgcgtccgtcecgecgcaggectcectecgatgagectgatgectttgggeccgaggactgececccgaagteccggecaccte
gtgcacgcggatttcggctccaacaatgtcctgacggacaatggeccgcataacagecggtcattgactggagecgagge
gatgttcggggattcccaatacgaggtcgccaacatcttecttectggaggececgtggttggettgtatggagcagecaga
cgcgctacttcgagcggaggcatccggagecttgcaggatcgecgecggetecgggegtatatgetececgecattggtett
gaccaactctatcagagcttggttgacggcaatttcgatgatgcagcttgggcgcagggtcgatgecgacgcaatecgt
ccgatccggagccgggactgtcgggecgtacacaaatcgececcgcagaagecgecggecgtectggaccgatggetgtgtag
aagtactcgccgatagtggaaaccgacgccccagcactcgtccggatcgggagatgggggaggctaactga-



