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Figure 15. Bithoraxoid locus
(A) Organization of the bithoraxoid locus (Figure generated with the UCSC Genome Browser). (B)

Expression profiles of the upstream bxd promoter in the 5 species studied. (C) Expression of the down-
stream promoter.
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Figure 16. Conservation of melanogaster subgroup IncRNA TSCs

(A) Promoter sequence conservation. melanogaster subgroup-specific phastCons scores over IncRNA
or protein-coding gene promoters that are shared across the 3 species of the subgroup. These phastCons
scores were computed by including exclusively the genomes of the 5 sequenced melanogaster subgroup
species in the input multiple sequence alignment. (B) Expression specificity conservation. All function-
ally shared promoters with maximum >25 RPM and >5-fold expression changes in D. melanogaster
were included in the analysis (130 IncRNA promoters).
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Figure 17. Sequence conservation over melanogaster subgroup-specific IncRNA TSCs

(A) Sequence conservation within the melanogaster subgroup (5-way phastCons scores). (B) Sequence
conservation (phastCons scores based on the alignment of the D. melanogaster genome to all outgroup
genomes).
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Figure 18. FBgn0264479 protein-coding potential

(A) Projection of the putative ORFs in all orthologs onto the multiZ multiple sequence alignment
(UCSC). Black points: bases aligned to D. melanogaster (match or mismatch). White spaces: alignment
gaps. IncRNA: D. melanogaster transcript. Note the absence of any ORF conserved in all species that
express the FBgn0264479 transcript. (B) Multiple sequence alignment for D. melanogaster ORF #1.
(C) Multiple sequence alignment for D. melanogaster ORF #2.
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Figure 19. FBgn0264479 locus and expression

Top: FBgn0264479 locus organization. Includes all data tracks from Fig. 6A. In addition, the 5 tracks
just above the phastCons scores represent the chromatin immunoprecipitation 4AS microarray data
(ChIP-chip) for 5 transcription factors: caudal, hunchback, Dichaete, dorsal, twist (modENCODE data
visualized on the UCSC Genome Browser). Bottom: Expression profiles in reads per million (RPM).
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Figure 20. FBgn0264479 Northern-blot

(A) Description of the probes. Tracks from top to bottom: RAMPAGE signal, TSC, Ensembl transcript
annotation, RNA-seq signal (modENCODE, 2-4 hours time point), FBgn0264479 probes (antisense
to target). We used a mix a all 6 radiolabeled oligonucleotide probes. (B) Exposure of the whole
membrane, hybridized with anti-FBgn0264479 probes. (C) Same blot, longer exposure. (D) Methylene
blue staining of the membrane prior to hybridization. First lane: Invitrogen 0.1-2.0kb RNA ladder. (E)
Hybridization with anti-5S rRNA probe.
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Figure 21. FBgn0264479 transcriptional regulation

(A) Sequence conservation over the putative binding sites for the factors with ChIP-chip signal over
the promoter (see Suppl. Fig. 18). We used FIMO to search for Jaspar-defined motifs within 600bp
upstream of the main TSS. Note that all putative TFBSs but one are under strong purifying selection
within the melanogaster subgroup. (B) Expression profiles of the genes encoding the putative regulators
of FBgn0264479. 22
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