FUNCTIONAL GENOMICS FACILITY

at the University of Colorado at Boulder

In order to generate an accurate map of the pLX304 vector containing your ORF of interest,
replace the sequence below highlighted in bright green (ATGNNNNNNNNNNN) with the sequence of
your ORF, starting with the ATG of the ORF and ending with the last codon before the native stop
codon. The codon between the 3’ end of your ORF and the 3’ Gateway site (XXX) is one of three
possible codons (TAC, TTG or TGC). If an ORF clone has been sequenced by The Broad, the identity
of the variable codon can be obtained by going to http://www.broadinstitute.org/rnai/public/clone/search,
searching for your clone number, clicking on the clone ID link and then looking at the Empirically Derived
Sequence data, specifically at the 3’ flank sequence. If a clone has not been sequenced, you will need
to determine the identity of the variable codon by sequencing yourself.

pLX304 Lentiviral Expression Vector sequence containing hypothetical ORF

cccggggttattaatagtaatcaattacggggtcattagttcatagcccatatatggagttccgegttacataacttacggtaaatggce
ccgcctggctgaccgcccaacgaccceccecgceccattgacgtcaataatgacgtatgttecccatagtaacgccaatagggactttceccattg
acgtcaatgggtggagtatttacggtaaactgcccacttggcagtacatcaagtgtatcatatgccaagtacgccccecctattgacgtca
atgacggtaaatggcccgcecctggcattatgcccagtacatgaccttatgggactttectacttggcagtacatctacgtattagtcatce
gctattaccatggtgatgcggttttggcagtacatcaatgggcgtggatagcggtttgactcacggggatttccaagtctccacccecat
tgacgtcaatgggagtttgttttggcaccaaaatcaacgggactttccaaaatgtcgtaacaactccgccccattgaﬁ

tacggtgggaggtctatataagcagagctctctggctaactgtcgggatcaACAAGTTTGTACAAAAAAGTTGGC

XXX tt TAGtaatgagc
tagcgctaaccggtggcgcgttaagtcgacaatcaacctctggattacaaaatttgtgaaagattgactggtattcttaactatgttge
tccttttacgctatgtggatacgctgctttaatgecctttgta tggctttcattttctccteccttgtata
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http://www.broadinstitute.org/rnai/public/clone/search

aatcctggttgctgtctctttatgaggagttgtggcececgttgtcaggcaacgtggecgtggtgtgcactgtgtttgectgacgcaacccce
actggttggggcattgccaccacctgtcagctcecctttceccgggactttecgetttececececcteectattgeccacggecggaactcatecgeecge
ctgccttgcccgcectgctggacaggggctcecggectgttgggcactgacaattcececgtggtgttgtcggggaaatcatecgtectttecttgge
tgctcgcctgtgttgccacctggattctgecgegggacgtceccttectgctacgtecececttecggecctcaatccageggaccttectteececge
ggcctgctgccggcectcectgecggectecttecgegtettegecttegeecctcagacgagtecggatecteecectttgggecgecteeccecgegteg
actttaagaccaatgacttacaaggcagctgtagatcttagccactttttaaaagaaaaggggggactggaagggctaattcactccca
acgaagacaagatctgctttttgcttgtactgggtctctctggttagaccagatctgagecctgggagectctctggctaactagggaacc
cactgcttaagcctcaataaagcttgcecttgagtgecttcaagtagtgtgtgececgtctgttgtgtgactctggtaactagagatccecctce
agacccttttagtcagtgtggaaaatctctagcagtacgtatagtagttcatgtcatcttattattcagtatttataacttgcaaagaa
atgaatatcagagagtgagaggaacttgtttattgcagcttataatggttacaaataaagcaatagcatcacaaatttcacaaataaag
catttttttcactgcattctagttgtggtttgtccaaactcatcaatgtatcttatcatgtctggctctagctatccecgececctaactce
cgcccatcccgeccctaactcecgeccagttececgeccattcectecgecccatggectgactaattttttttatttatgcagaggeccgaggcece
gcctcggcectctgagctattccagaagtagtgaggaggettttttggaggectagggacgtacccaattcgecctatagtgagtegtat
tacgcgcgctcactggcecgtegttttacaacgtcgtgactgggaaaaccctggecgttacccaacttaatecgecttgcagcacatccececce
tttcgccagctggcgtaatagcgaagaggcccgcaccgatcgecceccttecccaacagttgecgcagectgaatggcgaatgggacgecgecct
gtagcggcgcattaagcgcggcgggtgtggtggttacgcgcagecgtgaccgctacacttgccagecgecctagegececgetecttteget
ttcttcececttectttetecgeccacgttegecggettteccecgtcaagectctaaatecgggggetecctttagggtteccgatttagtgettt
acggcacctcgaccccaaaaaacttgattagggtgatggttcacgtagtgggccatcgeccctgatagacggtttttecgeecctttgacgt
tggagtccacgttctttaatagtggactcttgttccaaactggaacaacactcaaccctatctcggtctattecttttgatttataaggg
attttgccgatttcggcctattggttaaaaaatgagctgatttaacaaaaatttaacgcgaattttaacaaaatattaacgcttacaat
ttaggtggcacttttcggggaaatgtgcgcggaacccecctatttgtttatttttctaaatacattcaaatatgtatccgctcatgagaca
ataaccctgataaatgcttcaataatattgaaaaaggaagagtatgagtattcaacatttccgtgtcgeccttattececttttttgegg
cattttgccttcctgtttttgctcacccagaaacgctggtgaaagtaaaagatgctgaagatcagttgggtgcacgagtgggttacatce
gaactggatctcaacagcggtaagatccttgagagttttcgeccccgaagaacgttttccaatgatgagcacttttaaagttctgectatg
tggcgcggtattatcccgtattgacgccgggcaagagcaactcggtecgecgecatacactattctcagaatgacttggttgagtactecac
cagtcacagaaaagcatcttacggatggcatgacagtaagagaattatgcagtgctgccataaccatgagtgataacactgcggccaac
ttacttctgacaacgatcggaggaccgaaggagctaaccgcecttttttgcacaacatgggggatcatgtaactcgecttgategttggga
accggagctgaatgaagccataccaaacgacgagcgtgacaccacgatgecctgtagcaatggcaacaacgttgecgcaaactattaactg
gcgaactacttactctagcttcccggcaacaattaatagactggatggaggcggataaagttgcaggaccacttctgecgectcggecectt
ccggctggctggtttattgctgataaatctggageccggtgagecgtgggtctecgecggtatcattgcagcactggggeccagatggtaagcec
ctcccgtatcgtagttatctacacgacggggagtcaggcaactatggatgaacgaaatagacagatcgctgagataggtgecctcactga
ttaagcattggtaactgtcagaccaagtttactcatatatactttagattgatttaaaacttcatttttaatttaaaaggatctaggtg
aagatcctttttgataatctcatgaccaaaatcccttaacgtgagttttegttccactgagecgtcagacccecgtagaaaagatcaaagg
atcttcttgagatcctttttttctgcgecgtaatctgctgecttgcaaacaaaaaaaccaccgctaccagecggtggtttgtttgecggate
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aagagctaccaactctttttccgaaggtaactggcttcagcagagcgcagataccaaatactgttecttctagtgtagecgtagttaggce
caccacttcaagaactctgtagcaccgcctacatacctcecgcectcectgctaatcectgttaccagtggectgectgccagtggecgataagtecgtyg
tcttaccgggttggactcaagacgatagttaccggataaggcgcagecggtcgggctgaacggggggttcgtgcacacagcecccagcttgg
agcgaacgacctacaccgaactgagatacctacagcgtgagctatgagaaagcgccacgcttcccgaagggagaaaggcggacaggtat
ccggtaagcggcagggtcggaacaggagagcgcacgagggagcttccagggggaaacgectggtatectttatagtecctgtegggttteg
ccacctctgacttgagcgtcgatttttgtgatgctcgtcaggggggcggagecctatggaaaaacgccagcaacgcggectttttacggt
tcctggcecttttgectggecttttgectcacatgttctttectgegttatecececctgattctgtggataaccgtattaccgectttgagtga
gctgataccgctcgccgcagccgaacgaccgagcgcagcgagtcagtgagcgaggaagcggaagagcgcccaatacgcaaaccgectet
ccccecgcecgcegttggcecgattcattaatgcagectggcacgacaggtttcccgactggaaagecgggcagtgagcgcaacgcaattaatgtga
gttagctcactcattaggcaccccaggctttacactttatgcttcecggectegtatgttgtgtggaattgtgagecggataacaatttcac
acaggaaacagctatgaccatgattacgccaagcgcgcaattaaccctcactaaagggaacaaaagctggagctgcaagcttaatgtag
tcttatgcaatactcttgtagtcttgcaacatggtaacgatgagttagcaacatgccttacaaggagagaaaaagcaccgtgcatgecg
attggtggaagtaaggtggtacgatcgtgccttattaggaaggcaacagacgggtctgacatggattggacgaaccactgaattgeccgce
attgcagagatattgtatttaagtgcctagctcgatacataaacgggtctctctggttagaccagatctgagecctgggagetectctgge
taactagggaacccactgcttaagcctcaataaagcttgceccttgagtgecttcaagtagtgtgtgccegtctgttgtgtgactctggtaa
ctagagatccctcagacccecttttagtcagtgtggaaaatctctagcagtggecgecccgaacagggacttgaaagcgaaagggaaaccaga
ggagctctctcgacgcaggactcggcttgctgaagcgcgcacggcaagaggcgaggggcggcgactggtgagtacgccaaaaattttga
ctagcggaggctagaaggagagagatgggtgcgagagcgtcagtattaagcgggggagaattagatcgcgatgggaaaaaattcggtta
aggccagggggaaagaaaaaatataaattaaaacatatagtatgggcaagcagggagctagaacgattcgcagttaatcctggectgtt
agaaacatcagaaggctgtagacaaatactgggacagctacaaccatcccttcagacaggatcagaagaacttagatcattatataata
cagtagcaaccctctattgtgtgcatcaaaggatagagataaaagacaccaaggaagctttagacaagatagaggaagagcaaaacaaa
agtaagaccaccgcacagcaagcggccgctgatcttcagacctggaggaggagatatgagggacaattggagaagtgaattatataaat
ataaagtagtaaaaattgaaccattaggagtagcacccaccaaggcaaagagaagagtggtgcagagagaaaaaagagcagtgggaata
ggagctttgttccttgggttcttgggagcagcaggaagcactatgggcgcagcgtcaatgacgctgacggtacaggccagacaattatt
gtctggtatagtgcagcagcagaacaatttgctgagggctattgaggcgcaacagcatctgttgcaactcacagtctggggcatcaagce
agctccaggcaagaatcctggctgtggaaagatacctaaaggatcaacagctcctggggatttggggttgctctggaaaactcatttgce
accactgctgtgccttggaatgctagttggagtaataaatctctggaacagatttggaatcacacgacctggatggagtgggacagaga
aattaacaattacacaagcttaatacactccttaattgaagaatcgcaaaaccagcaagaaaagaatgaacaagaattattggaattag
ataaatgggcaagtttgtggaattggtttaacataacaaattggctgtggtatataaaattattcataatgatagtaggaggcttggta
ggtttaagaatagtttttgctgtactttctatagtgaatagagttaggcagggatattcaccattatcgtttcagacccacctcccaac
cccgaggggacccttgcecgecttttccaaggcagecctgggtttgecgcagggacgeggctgetctgggegtggttccgggaaacgcagceg
gcgccgaccctgggtctcgcacattcttcacgtececgttecgcagegtcaccecggatecttecgecgctacecettgtgggeccecececcggegacyg
cttcctgctccgeccecctaagtcgggaaggttecttgeggttecgeggegtgeccggacgtgacaaacggaagccgcacgtctecactagtac
cctcgcagacggacagcgccagggagcaatggcagcgcgccgaccgcgatgggectgtggeccaatageggctgetcagcagggcgcgceccg
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agagcagcggccgggaaggggcggtgcgggaggcggggtgtggggecggtagtgtgggeccctgttecctgeccgegeggtgttececgecatte
tgcaagcctccggagcgcacgtcggcagtcecggcectececctegttgaccgaatcaccgacctetcectecccagggggtaccaccatggccaag
cctttgtctcaagaagaatccaccctcattgaaagagcaacggctacaatcaacagcatccecccatctctgaagactacagegtecgecag
cgcagctctctctagcgacggccgcatcttcactggtgtcaatgtatatcattttactgggggaccttgtgcagaactecgtggtgetgg
gcactgctgctgctgcggcagctggcaacctgacttgtatcgtcgcgatcggaaatgagaacaggggcatcttgageccecctgecggacgg
tgccgacaggtgcttctcgatctgcatcctgggatcaaagccatagtgaaggacagtgatggacageccgacggcagttgggattegtga
attgctgccctcectggttatgtgtgggagggcctgcagctgcagtagtaagaattctagatcttgagacaaatggcagtattcatccaca
attttaaaagaaaaggggggattggggggtacagtgcaggggaaagaatagtagacataatagcaacagacatacaaactaaagaatta
caaaaacaaattacaaaaattcaaaattttcgggtttattacagggacagcagagatccactttggcgccggectcgaggggg

IMPORTANT SEQUENCE FEATURES -

5’ sequencing primer: 5 -Eiaaaito0ctoIa00CoL- 3
3’ sequencing primer: 5 -fatgdgaagcaatageatoa-3

5 Gateway site: ACAAGTTTGTACAAAAAAGTTGGC

3 Gateway site: COAACTITCITCIACAAAGTCE

Your favorite ORF, beginning with the start codon and excluding the native stop codon:

Variable codon, XXX: This codon could be one of three possible codons, TAC, TTG or TGC

V5 epitope tag sequence: Golaagcoialceciascectciccicgotetcgatiotacy (translation: GKPIPNPLLGLDST)

stop codon: TAG
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