pLV_TRE_Sfil Ngnl1-EYFP_Sfil_Ubc_Bla

Backbone: pLV_TRE Sfil Sox17 Sfil Ubc Bla

Insert: Sfil Ngnl-EYFP_Sfil

Parts:

Ngnl:

atgcctgccecctttggagacctgcatctctgatctcgactgctccagcagcaacagcagcagcgacctgtceccagett
cctcaccgacgaggaggactgtgccaggctacagcccctagectceccacctecggggetgteccgtgeccagecccggagga
gcgctcceccgececctectececggggcatcgaatgtteccecggtgeccaggacgaagagcaggaacggcggaggecggegaggt
cgcgctcecgggtgecggtceccgaggcectcectgectgecactececctgeggaggagtecgtecgegtcaaageccaacgatcgecgageg
caaccgcatgcacaacctcaacgctgcgctggacgecttgecgcagegtgetgeecctegttecceccgacgacaccaagce
tcaccaagattgagacgctgcgcttcgectacaactacatctgggeccctggectgagacactgecgectggcagatcaa
gggctccccgggggcagtgececcgggagegectectgectececgecagtgtgtececctgtetgeccgggecececcgagcece
ggccagcgacactgagtcctggggttccggggecgectgectececcecectgegecactgtggecatcaccactectetgacce
ccagtagtccctcggcttcagaagacttcacctatggecccgggecgatccecttttectectttectggectgeccaaa
gacctgctccacacgacgccctgtttcatcccataccac-

- Ngnl forward primer (prIG08 02 Sfil Kz Ngnl)

Geatgeggeeataeggee cgccaccatgcctgeccectttggagac

- Ngnl reverse primer (prIG08 03r_Ngnl _link)
accggtggagccgecgttgttgttgecgeegttgttgecgtggtatgggatgaaacaggg

(f)  ccctgttteatcecataccac HiEINGANONAOINE ARG e A REEa

EYFP:

atggtgagcaagggcgaggagctgttcaccggggtggtgcccatcctggtcgagectggacggcgacgtaaacggceca
caagttcagcgtgtccggcgagggcgagggcgatgccacctacggcaagctgaccctgaagttcatctgcaccaccyg
gcaagctgcccgtgceccctggcecccaccctecgtgaccaccttecggectacggectgcagtgettegececgetaccececgac
cacatgaagcagcacgacttcttcaagtccgccatgecccgaaggctacgtccaggagecgcaccatcttettcaagga
cgacggcaactacaagacccgcgccgaggtgaagttcgagggcgacaccctggtgaaccgcatcgagctgaagggca
tcgacttcaaggaggacggcaacatcctggggcacaagctggagtacaactacaacagccacaacgtctatatcatyg
gccgacaagcagaagaacggcatcaaggtgaacttcaagatccgccacaacatcgaggacggcagcecgtgcagcectecge
cgaccactaccagcagaacacccccatcggcgacggcecccecgtgectgetgeccgacaaccactacctgagectaccagt
ccgccctgagcaaagaccccaacgagaagcgcgatcacatggtectgetggagttegtgaccgecgecgggatcact

ctcggcatggacgagetgtacaagiigg

- = stop codon



- EYFP forward primer (prIG08 04 link-EYFP)
e GE GG EEEaEEEEE - t oot yagcaagggcgagy

- EYFP reverse primer (EYFP_reverse Sfil 2008-06-26)
(fw) cggcatggacgagctgtacaag-ggccgcctcggccatcgataag

Reverse complimentary:
cttatcgatggccgaggcggccttacttgtacagectegtccatgecg

Ngnl-EYFP:

_tgccaccatgcctgcccctttggagacctgcatctctgatctcgactgctccagcagc
aacagcagcagcgacctgtccagcttcctcaccgacgaggaggactgtgccaggctacagecccctagectceccaccte

ggggctgtccgtgccagececcggaggagecgectecececgececctectececggggcatcgaatgttececggtgeccaggacgaag
agcaggaacggcggaggcggcgaggtcgecgectcecgggtgecggtccgaggetectgectgecactececctgeggaggagtegt
cgcgtcaaagccaacgatcgcgagcgcaaccgcatgcacaacctcaacgectgecgectggacgecttgecgecagegtget
gccctcgtteccecccgacgacaccaagctcaccaagattgagacgectgecgettegectacaactacatctgggeecctgg
ctgagacactgcgcctggcagatcaagggctcceccgggggcagtgeccgggagegecteectgectecgecagtgtgte
ccctgtcectgcecececgggeccceccgageccggceccagcgacactgagtectggggtteccggggeecgetgectecececctgege
cactgtggcatcaccactctctgaccccagtagtcecctecggecttcagaagacttcacctatggecccgggecgateccece
ttttctcctttcctggcctgcccaaagacctgctccacacgacgccctgtttCatcccataccac_
_atggtgagcaagggcgaggagctgttcaccggggtggtgcccat
cctggtcgagctggacggcgacgtaaacggccacaagttcagecgtgteccggecgagggcgagggcgatgceccacctacyg
gcaagctgaccctgaagttcatctgcaccaccggcaagctgecececgtgecctggecccaccctegtgaccaccttegge
tacggcctgcagtgcttcgecccgctaccececgaccacatgaagcagcacgacttcecttcaagteccgecatgeccgaagg
ctacgtccaggagcgcaccatcttcttcaaggacgacggcaactacaagacccgcgeccgaggtgaagttcgagggeg
acaccctggtgaaccgcatcgagctgaagggcatcgacttcaaggaggacggcaacatcctggggcacaagctggag
tacaactacaacagccacaacgtctatatcatggccgacaagcagaagaacggcatcaaggtgaacttcaagatccg
ccacaacatcgaggacggcagcgtgcagctcgccgaccactaccagcagaacacccccatcggecgacggececcecgtge
tgctgcccgacaaccactacctgagctaccagteccgeccctgagcaaagaccccaacgagaagcgcgatcacatggte
ctgctggagttcgtgaccgccgccgggatcactctcggcatggacgagctgtacaag-

Final Product:

_tgccaccatgcctgcccctttggagacctgcatctctgatctcgactgctccagcagc
aacagcagcagcgacctgtccagcttcctcaccgacgaggaggactgtgccaggctacagecccctagectccaccte

ggggctgtccgtgccagecccggaggagecgectecececgeecctectececggggcatcgaatgttececggtgeccaggacgaag
agcaggaacggcggaggcggcgaggtcgecgectcgggtgecggtccgaggcectcectgetgcactcececctgeggaggagtegt
cgcgtcaaagccaacgatcgcgagcgcaaccgcatgcacaacctcaacgectgecgectggacgecttgecgecagegtgcet
gccctcecgttececccgacgacaccaagctcaccaagattgagacgcectgecgettegectacaactacatctgggeecctgg
ctgagacactgcgcctggcagatcaagggctcceccgggggcagtgecccgggagegectectgectecgecagtgtgte
ccctgtcectgcecccgggeccceccgageccggceccagcecgacactgagtectggggttececggggeecgetgectecececctgege
cactgtggcatcaccactctctgaccccagtagtccctecggecttcagaagacttcacctatggecccgggegatecccece
ttttctcctttcctggcctgcccaaagacctgctccacacgacgccctgtttCatcccataccac_
_atggtgagcaagggcgaggagctgttcaccggggtggtgcccat
cctggtcgagctggacggcgacgtaaacggccacaagttcagecgtgteccggecgagggcgagggcgatgceccacctacyg
gcaagctgaccctgaagttcatctgcaccaccggcaagctgecececgtgecctggecccaccctegtgaccaccttegge
tacggcctgcagtgcttcgecccgctaccececgaccacatgaagcagcacgacttecttcaagteccgecatgeccgaagg



ctacgtccaggagcgcaccatcttcttcaaggacgacggcaactacaagacccgcgeccgaggtgaagttcgagggeg
acaccctggtgaaccgcatcgagctgaagggcatcgacttcaaggaggacggcaacatcctggggcacaagctggag
tacaactacaacagccacaacgtctatatcatggccgacaagcagaagaacggcatcaaggtgaacttcaagatccg
ccacaacatcgaggacggcagcgtgcagctcgeccgaccactaccagcagaacacccecccatcggecgacggececcgtge
tgctgcccgacaaccactacctgagctaccagtccgeccctgagcaaagaccccaacgagaagcgcgatcacatggte

ctgctggagttcgtgaccgccgccgggatcactctcggcatggacgagctgtacaag_



