pLV_TRE_Sfil_Ngn1-EYFP-2A-mKate_Sfil_Ubc_Bla

Backbone: pLV_TRE_Sfil_Sox17_Sfil_Ubc_Bla

Insert: Sfil_Ngnl-EYFP_Sfil

Parts:

Ngnl:

atgcctgcccecctttggagacctgcatctctgatctcgactgctceccagcagcaacagcagcagcgacctgtceccagett
cctcaccgacgaggaggactgtgccaggctacagcccctagectceccacctecggggectgteccgtgeccageccggagga
gcgctcccecgecctcectecggggcatcgaatgttecccggtgecccaggacgaagagcaggaacggcggaggcecggegaggt
cgcgctcgggtgcggtceccgaggcectcectgectgecactececctgeggaggagtecgtegegtcaaageccaacgatecgegageg
caaccgcatgcacaacctcaacgctgcgctggacgcecttgecgcagegtgetgecctegttececcecgacgacaccaage
tcaccaagattgagacgctgcgcttcgecctacaactacatctgggeccctggectgagacactgcgectggcagatcaa
gggctccccgggggcagtgcecccgggagegectectgectecgcagtgtgteecectgtetgeccgggecceccgagece
ggccagcgacactgagtcctggggttccggggeccgetgectececcecctgegecactgtggecatcaccactectetgace
ccagtagtccctcggcttcagaagacttcacctatggcccgggcgatceeccttttectectttectggectgeccaaa
gacctgctccacacgacgccctgtttcatcccataccac-

- Ngnl forward primer (prlG08_02_Sfil_Kz Ngnl)
_tgccaccatgcctgcccctttggagac

- Ngnl reverse primer (pr1G08_03r_Ngnl_link)
accggtggagccgccgttgttgttgececgeegttgttgeegtggtatgggatgaaacaggg

(fw)  ccctgtttcatcccataccacitCEOGCE GG EE G S Ga

EYFP:

atggtgagcaagggcgaggagctgttcaccggggtggtgecccatcecctggtcgagectggacggcgacgtaaacggeca
caagttcagcgtgtccggcgagggcgagggcgatgccacctacggcaagctgaccctgaagttcatctgcaccaccg
gcaagctgcccgtgccecctggceccaccctegtgaccacctteggctacggectgcagtgettegeccgetacecceccgac
cacatgaagcagcacgacttcttcaagtccgeccatgcccgaaggctacgtccaggagecgcaccatcecttettcaagga
cgacggcaactacaagacccgcgccgaggtgaagttcgagggcgacaccctggtgaaccgcatcgagectgaagggca
tcgacttcaaggaggacggcaacatcctggggcacaagctggagtacaactacaacagccacaacgtctatatcatg
gccgacaagcagaagaacggcatcaaggtgaacttcaagatccgccacaacatcgaggacggcagecgtgcagetege
cgaccactaccagcagaacacccccatcggcgacggcecccecgtgectgetgeccgacaaccactacctgagctaccagt
ccgccctgagcaaagaccccaacgagaagcgcgatcacatggtectgectggagttecgtgaccgecgecgggatcact

ctcggcatggacgagctgtacaag-

- = stop codon



- EYFP forward primer (priG08_04_link-EYFP)
atggtgagcaagggcgagg
- EYFP reverse primer (priG08 05 _EYFP-2A)

(fw) cggcatggacgagctgtacaagGggtccggagctacaaatttttce
Reverse complimentary:
ggaaaaatttgtagctccggaccccttgtacagctcecgtccatgecg

2A:

Ggatctggcgccaccaacttctcectectgectgaagcaggeccggcgacgtggaggagaacccaggccceca

mKate:

atggtgtctaagggcgaagagctgattaaggagaacatgcacatgaagctgtacatggagggcaccgtgaacaacca
ccacttcaagtgcacatccgagggcgaaggcaagccctacgagggcacccagaccatgagaatcaaggtggtcgagg
gcggccctcectcececttegecttecgacatectggectaccagettcatgtacggcagcaaaaccttcatcaaccacacce
cagggcatccccgacttctttaagcagtceccttcececctgagggettcacatgggagagagtcaccacatacgaagacgg
gggcgtgctgaccgctacccaggacaccagcctccaggacggctgectcatctacaacgtcaagatcagaggggtga
acttcccatccaacggccctgtgatgcagaagaaaacactcggctgggaggecctccaccgagatgctgtaccececeget
gacggcggcctggaaggcagaagcgacatggccectgaagetecgtgggecgggggecacctgatcectgcaacttgaagac
cacatacagatccaagaaacccgctaagaacctcaagatgcccggcegtctactatgtggacagaagactggaaagaa
tcaaggaggccgacaaagagacctacgtcgagcagcacgaggtggctgtggccagatactgcgacctcecectagcaaa
ctggggcacaaacttaat

- mKate forward primer (priG08_06 2A-mKate)

Gggtccggagctacaaatttttcecctcecctcaaacaggctggagatgtcgaagaaaatcctgggectatgg
tgtctaagggcgaagagctgattaag

- mKate reverse primer (priG08 07 _mKate_Sfil)
ccctagcaaactggggcacaaacttaat_

Final Product:

_tgccaccatgcctgcccctttggagacctgcatctctgatctcgactgctccagcagc
aacagcagcagcgacctgtccagcttcecctcaccgacgaggaggactgtgccaggctacagecccctagectceccaccte

ggggctgtccgtgccagecccggaggagecgcteccecgecctectecggggecatcgaatgttecececggtgeccaggacgaag
agcaggaacggcggaggcggcgaggtcgecgectcgggtgecggteccgaggectectgetgecactececctgeggaggagtegt
cgcgtcaaagccaacgatcgcgagcgcaaccgcatgcacaacctcaacgctgcecgectggacgecttgecgcagegtget
gccctcecgttcecccgacgacaccaagctcaccaagattgagacgctgegettegectacaactacatctgggecctgg
ctgagacactgcgcctggcagatcaagggctcceccgggggcagtgeccgggagegectectgectecgecagtgtgte
ccctgtctgcecccgggceccccgagcecccggceccagegacactgagtecctggggttecggggecgetgecteeccecectgege
cactgtggcatcaccactctctgaccccagtagtcecctecggecttcagaagacttcacctatggecccgggcgatecceccce
ttttctcctttcctggcctgcccaaagacctgctccacacgacgccctgtttcatcccataccac_



_atggtgagcaagggcgaggagctgttcaccggggtggtgcccat
cctggtcgagctggacggcgacgtaaacggccacaagttcagecgtgteccggecgagggcgagggecgatgeccacctacg
gcaagctgaccctgaagttcatctgcaccaccggcaagctgecccgtgececctggeccaccctecgtgaccaccttegge
tacggcctgcagtgcttcgecccgctacccecgaccacatgaagcagcacgacttcecttcaagteccgecatgececgaagg
ctacgtccaggagcgcaccatcttcttcaaggacgacggcaactacaagacccgcgccgaggtgaagttcgagggeg
acaccctggtgaaccgcatcgagctgaagggcatcgacttcaaggaggacggcaacatcctggggcacaagctggag
tacaactacaacagccacaacgtctatatcatggccgacaagcagaagaacggcatcaaggtgaacttcaagatccg
ccacaacatcgaggacggcagcgtgcagctcgccgaccactaccagcagaacacccccatcggecgacggeccecgtge
tgctgcccgacaaccactacctgagctaccagtccgececctgagcaaagaccccaacgagaagcgcgatcacatggte
ctgctggagttcgtgaccgccgccgggatcactctcggcatggacgagctgtacaag-Gggtccggagctacaa
atttttccctcecctcaaacaggctggagatgtcgaagaaaatcctgggcectatggtgtctaagggecgaagage
tgattaaggagaacatgcacatgaagctgtacatggagggcaccgtgaacaaccaccacttcaagtgcacatccgag
ggcgaaggcaagccctacgagggcacccagaccatgagaatcaaggtggtcgagggcggceccctcectececcttegectt
cgacatcctggctaccagcttcatgtacggcagcaaaaccttcatcaaccacacccagggcatccceccgacttettta
agcagtccttccecctgagggcttcacatgggagagagtcaccacatacgaagacgggggcgtgcectgaccgctacccag
gacaccagcctccaggacggctgcecctcatctacaacgtcaagatcagaggggtgaacttcccatccaacggecctgt
gatgcagaagaaaacactcggctgggaggcctccaccgagatgctgtaccececgectgacggecggectggaaggcagaa
gcgacatggccctgaagctcgtgggcgggggcecacctgatctgcaacttgaagaccacatacagatccaagaaacce
gctaagaacctcaagatgcccggcgtctactatgtggacagaagactggaaagaatcaaggaggccgacaaagagac
ctacgtcgagcagcacgaggtggctgtggccagatactgcgacctccctagcaaactggggcacaaacttaat-



