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Methods

The complete open reading frame of CG17415 was amplified using the primers:
5′GCGCTAGCCTGCC     GCCACCATG     AGCGACCAGATTGGCAACACC and

5′GCGAAGCTTTCATACCTTCTCTCCTGGCAG. The first primer incorporated a Kozak
sequence (underlined) and a NheI. A 1332 bp fragment was TA cloned into pGEMT-Easy vector
(Promega) and double digested (NheI/NotI) and subcloned into the pcDNA5/FRT vector
(Invitrogen).

We sequenced this fragment and found that it agrees with Accession number- NM_165979:
MSDQIGNPNATFSGSGSGSGTNVASIAESVAESGPDFDALRAACETRLNASGQLAGSG

GPGAEAGTHCAGTFDGWLCWPDTAVGTSAYELCPDFITGFDPARYAHKECGLDGEWFK
HPLTNKTWSNYTTCVNLEDLNWRHTVNLISEVGYGTSLLAILLSLAILGYFKSLKCARIT
LHMNLFASFAANNSLWLVWYLLVMPNSELLHQSPMRCVALHITLHYFLLSNYSWMLCE
GFYLHTVLVAAFISEKRLVKWLIAFGWGSPAIVIFVYSMARGLGGTPEDNRHCWMNQT
NYQNILMVPVCISMFLNLLFLCNIVRVVLLKLNAPASIQGSCGPSRTVLQAFRATLLLVPL
LGLQYILTPFRPAPKHPWENTYEIISAFTASFQGLCVAILFCFCNGEVIAQMKRKWRMMC
FSNRPRTNSYTATQVSFVRCGPPLPGEEKV

ATGAGCGACCAGATTGGCAACCCCAATGCAACATTCAGTGGCAGTGGCAGTGGCA
GTGGCACCAACGTCGCCTCCATCGCCGAAAGTGTGGCGGAGAGCGGACCGGACTTC
GATGCACTTCGGGCCGCCTGCGAAACGCGGCTAAATGCCAGCGGTCAACTGGCGGG
CTCCGGAGGACCAGGCGCAGAAGCAGGAACCCACTGTGCCGGCACCTTTGATGGCT
GGCTTTGTTGGCCGGATACGGCTGTCGGCACTTCCGCCTACGAACTCTGCCCGGACT
TCATCACGGGATTCGATCCAGCAAGATATGCCCACAAGGAATGCGGTCTCGATGGC
GAGTGGTTCAAGCATCCGCTGACCAATAAAACATGGTCCAACTACACAACCTGCGTA
AATCTCGAAGACCTCAACTGGAGGCACACAGTGAATCTGATCTCCGAGGTTGGCTAC
GGCACCTCACTGCTGGCCATTCTGCTGTCGTTGGCCATATTGGGTTATTTCAAATCCC
TGAAGTGCGCCCGCATCACGCTGCACATGAATCTGTTCGCCTCGTTCGCTGCCAATA
ACTCGTTGTGGCTGGTCTGGTACCTGCTGGTCATGCCGAATTCGGAGCTACTGCATC
AGAGTCCGATGCGCTGCGTTGCCCTGCACATAACGCTACACTACTTCCTCCTGTCCA
ATTACTCCTGGATGCTCTGCGAGGGATTCTATCTGCACACCGTCCTCGTCGCCGCATT
CATTTCCGAGAAGAGGCTGGTCAAATGGCTCATCGCATTCGGCTGGGGCTCCCCGGC
CATCGTCATATTCGTCTATAGCATGGCTCGCGGTCTGGGCGGCACGCCCGAGGACAA
TCGTCACTGCTGGATGAACCAAACCAACTACCAAAACATTCTTATGGTGCCTGTGTG
TATCTCCATGTTCCTGAACCTCCTGTTCCTGTGCAACATTGTGCGAGTGGTCCTTTTG
AAACTGAATGCCCCGGCCAGTATTCAGGGCAGCTGCGGTCCATCGCGAACGGTTTTG
CAAGCATTTCGGGCAACGCTGCTTTTGGTTCCTCTGCTCGGCCTCCAGTACATCCTTA
CGCCCTTTCGTCCTGCACCCAAACATCCCTGGGAGAATACATACGAAATCATCTCGG
CGTTTACGGCCTCATTTCAAGGTCTGTGCGTTGCCATTTTGTTCTGCTTTTGCAACGG
CGAGGTGATTGCCCAAATGAAGCGCAAGTGGCGGATGATGTGCTTCAGCAACCGAC
CGCGGACCAATTCCTATACAGCCACTCAGGTCTCGTTCGTGCGCTGCGGACCGCCAC
TGCCAGGAGAGGAGAAGGTATGA

We designed primers for CG4875 to flank the predicted ORF and that incorporated restriction
sites for directional cloning. An amplicon derived from PCR using a Drosophila adult head
cDNA library using a Superscript kit (Invitrogen, San Diego, USA) as template was cloned into
the pGEM-T Easy vector (Promega, Madison). A 712 bp BamHI/NotI fragment was subcloned
into the pcDNA5/FRT vector (Invitrogen). The first primer includes a BamHI site and the Kozak
sequence (underlined) upstream of the start codon:

5′CGGGATCCAGATCT     GCCGCCATG     CAGATTCTACAGAAGATCAA
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5′CTACCCGAGGTTTTCTCCATCTGG

We sequenced this fragment and found that it agrees with Accession number - NM_132947:
MQILQKIKSTKKKFGMRNLATVTYEALQYLEESPCKTQTRENIMNYVKDL
SSYRLKSQEILQMINDPPTSALHTQLLIDDNKAPLTDEENEKIIQLSYKH
FHGGETKGAAKETPAEKPAESTAKAGKQSGVKRNAQAKSNPAEQIAPADK
TTPGDGVTPANVATPSSEATTTTPAEEASPVETSSSENNATPANEATTAP
ATDAPTSMETKSNPTPDGENLG

ATGCAGATTCTACAGAAGATCAAAAGCACCAAAAAGAAGTTCGGCATGCGCAACT
TGGCCACGGTTACCTACGAGGCACTGCAGTATCTGGAGGAGTCGCCCTGCAAGACA
CAAACTCGTGAGAACATTATGAATTACGTTAAAGACCTGTCTTCTTATCGTCTAAAG
TCCCAAGAGATCCTGCAAATGATCAACGATCCGCCTACAAGTGCACTACACACGCA
ACTGCTCATCGACGACAATAAAGCTCCACTAACCGATGAGGAGAACGAGAAAATCA
TTCAGCTGAGCTACAAACACTTCCATGGTGGAGGAACCAAAGGCGCTGCTAAGGAA
ACACCGGCGGAAAAGTCTGCGGAGTCCACTGCGAAGGCCGGCAAGCAATCTGGCGT
AAAGCGTAATGCCCAGGCAAAATCCAATCCAGCGGAACAAATAGCTCCAGCGGACA
AAACCACGCCAGGTGATGGAGTTACTCCTGCGAATGTCGCTACTCCTTCAAGTGAAG
CCACTACTACTACTCCAGCAGAAGAAGCAAGCCCAGTAGAAACATCGTCTTCAGAA
AATAATGCTACTCCAGCAAATGAAGCCACTACAGCGCCTGCAACGGATGCACCCAC
TTCAATGGAAACCAAGTCCAATCCGACACCAGATGGAGAAAACCTCGGGTAG




