Supplemental Figure S3.

Results of control mirtron annotations run genomewide using intron coordinates shifted 30 nt upstream in human and mouse. The
first locus shows the only hit amongst 453,367 "shifted" human intron termini, resident in an intron of PILRB. This locus might simply
represent an intronic canonical miRNA, but its lack of "lower stem" basepairing may potentially suggest it as an endo-shRNA.

The second locus shows the one of the hits from 358,228 "shifted" intron termini in mouse, resident in Pdgfra. The annotated splice
site is highly conserved across vertebrates, but curiously the 3' end of the dominant 3p reads end in CAGt, where the terminal
nucleotide is untemplated; otherwise CAG terminating reads are the next most-abundant. We speculate that these shifted
coordinates fortuitously uncover a cryptic intron that happens to generate a mirtron.

The only other hit from the mouse shifted introns is located in abParts. The annotated splice acceptor is not a canonical signal,
terminating in TGG. Curiously, the shifted locus corresponds to a straight hairpin that generates precise miRNA/star reads, for which
the 3' end of the 3p species terminate in the vicinity of a CAG sequence. In fact, a spliced EST (CN661462) supporting its precise
usage as a functional splice site has been sequenced. We infer that this mirtron was generated by splicing of CN661462, followed by
trimming of the 3' terminal nucleotide; note that CAG and CAGt reads were also recorded.
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Reads in mammalian introns for uc009vaj.1_intron_404_0_chr12_115707583_r.3p http://172.21.241.20:8888/interfaces/mammalian_introns/html/mm9_ends_negative/uc009vaj.1_intron_404_0_chr12_1
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.............................................................................................................................................. 1.00 0.50
......................................................................................................... TCTGAAGAGGATACAGGGTCTGAAL 1.00 2.00
............................................................................................................................................... 1.00 0.50
........................................................................................................ ATCTGAAGAGGATACAGGGTCTGAAa 1.00 0.00
............................................................................................................................................... 1.00 0.50
........................................................................................................... TGAAGAGGATACAGGGTCTGAAatt 1.00 0.00
AAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAAA 1.00 1.00
............................................................................................................................................... 1.00 1.00
..................................... TGGAATGGAACTGGATACTTC ¢ « « ¢ o ¢ s o ¢ 660660 eseetesessssssssessessossosessssssssosssssossssetosssssssessesssstsossssetosssossostossosessstesssostsctossosetosessssosssososstscsosessssssssosssstosssssssssssssostssssosssssssss 1.00 1.00
----------------------------------------------------------------------------------------------------------- TGAAGAGGATACAGGGTCTGA 1.00 1.00
........................................................................................................ ATCTGAAGAGGATACAGGGTCTG . e s s s eesesecesesscscsasasasoassesesessssasasasesessssasasesesssscsasososocsssossssasasasasasesessssesesesasssssscascsannnnasns 1.00 1.00
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+ .CTACTCTGCTGTTCTCTCCA. . .

Antisense strand
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TAACCTCTTCACAGTCACTGAAAACATTGACTAATCATGGAATGGAACTGGATACTTCCTTTTATTATGTCAGTAACTGCAGGTAAGGAGCTCACCAGTTCTGAATCTGAAGAGGATACAGGGTCTGAAGTGACAATGACATCTACTCTGCTGTTCTCTCCACAGGTGTCTACTCACAGGTTCAGCTCCAGCAGTCTGGGCCTGAGCTGGCAAGGCCTTGGGCTTCAGT!
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ATCATGSAATGSAACT GGATACTTCC ATTATGTCAGTAACTGCAGGT, ANENI)TCACX}AGTTC'I'GAATCTGAAGMTACAKGTCTGAAGTGAMATGACATCTACTCF GCTH( G'I'I'CTCTCDACWXETGTCTACT CACAGGTTCAGCTCCAGCAGTCT( GHET GAGCTAECAAGECCTTGAECTTCAGTGAAGATA ﬁnoﬁse
Rat

Orangutan

ATCATGGCAT TGGACTCAATG- GCA CATTCTG- - - ATGATTGT - -GCAAGGAGAT TTCAATTT TTAAACT TGACGAGGAAAGAGTCT TCGAAGTGG TAGTGATAT TGTCTCTAATGTT T TGC TTGCAGGTGTCCATTGTGATAT TCAGCTGGTGGAGTCTGEGTAAGAC - - - - - - AGCCTEGAGEATCCTTGAAACTC oorossesum

ICATGGCACAGEAC- - - - TCCTCC AACTGTC- - - TTCTCOGCAGGTGAAGATTTCTCTGATCTTG - ATTTCACACG - - - - - - - - TTTCCACTTGOC- - - - - - ACATGACATGCAT ==TCTTCTCOCAGGTGT TGATGGTCAGACTCTGACAC- - -AATCTGAATTAAAA- - - - - - - GCCCOGAAGATTCTCACACGTTG ghnkil(ehank
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