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Supplementary figure legends

Figure S1. Functional enrichment analysis of genes harboring introns in S. coeruleus.
Gene ontology analysis was performed on g:Profiler using Tetrahymena thermophila (A) and
Paramecium tetraurelia (B), two closely related ciliates in phylum Ciloiphora, as organism input
parameter. GO, Gene ontology; MF, molecular function; BP, biological process; CC, cellular
component; KEGG, Kyoto Encyclopedia of Genes and Genomes pathway. Padj, a p-value

adjusted for multiple testing using the Benjamini-Hochberg method [1].

Figure S2. Annotated tiny introns of S. coeruleus are functional and indeed spliced out.
Comparison between sequences of four different genes harboring introns at the genomic DNA
and mRNA level. Genomic DNA sequences were retrieved from the StentorDB [2], the mRNA
sequences from RNAseq experiment [3]. Intronic regions are highlighted in red. Amino acid
sequences translated corresponding mRNA are also shown below each alignment pair. Note
that, for simplicity purpose, U at the mRNA level is shown as T. (A) SteCoe 2110, (B)
SteCoe_13333, (C) SteCoe_32708, and (D) SteCoe_38208 genes were analyzed.

Figure S3. Results from ‘cmsearch’ program in the Infernal package (A) Alignment from
cmsearch result represents matching between Ul snRNA candidate from S. coeruleus and
covariance model (CM) of eukaryotic U1 snRNA (Rfam: RF00003). (B) — (E) Similar to Fig.
S1A, but CMs of U2 (Rfam: RF00004), U4 (Rfam: RF00015), U5 (Rfam: RF00020), and U6
snRNAs (Rfam: RF00026) were used as queries. Contigs and genomic locations of the S.

coeruleus U-snRNA candidates are also indicated.

Figure S4. A simplified proposed model of RNA interaction network during pre-B

complex

Figure S5. Length of predicted spliceosomal proteins of Stentor versus human proteins
Comparison of the predicted proteins from S. coeruleus versus their human protein homologs.

The line of identity (1:1) is shown as dashed line. aa: amino acids.

Figure S6. Certain parts of the branching factors that are adjacent to the spliceosome
active site are noticeably non-conserved. Sequence alignments of the three branching
factors Yju2/CCDC94 (A), Cwc25/CCDC49 (B), and Ntc30/ISY1 (C) are shown. N-terminal
regions of proteins that are projected to the spliceosomal active site are enclosed in red

dashed boxes.

Table S1. Functional enrichment analysis of genes harboring introns in S. coeruleus.

Similar to Figure S1, but the full set of results were shown in table.
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Figure S5

Length of human proteins (aa)
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Figure S6
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