Supplementary Figure 1. Genome browser shots of selected loci.

The nine loci analysed on Figure 1 were selected to show esRNA accumulation in wt, dcl1-, dcl2-, dcl1-/dcl2-, rdrp1- and rdrp2- strains. Arrows represent esRNA sequence reads. Thickness of the arrows indicates the abundance of read on a log scale. Color of arrows refers to the length of the sequence (pink <19 nt, red: 20-21 nt, green: 22-23 nt, blue: 24-25 nt and grey> 25nt). Orange arrows represent the position and orientation of probes used for esRNA detection by Northern blot (for exact probe sequences see Supplementary Table 1).
Supplementary Figure 2. Normalized abundance per 1 kb of regions down-regulated in the dcl mutants.

Normalised abundance per 1kb of exons, intergenic regions and transposons was calculated and shown for wild type and dcl mutant strains. The histogram demonstrates that esRNAs are not randomly generated across the genome but they are enriched for exons compared to intergenic and transposon regions. It also shows that knock out dcl1 has little effect on esRNA accumulation in general but esRNAs show much lower accumulation in the dcl2- and double dcl mutant strains.

Supplementary Figure 3. Sequence logo of ex-siRNAs class 2
The frequency of each of the four bases was calculated in class 2 ex-siRNAs. The result is shown for separate sizes of 20-26 nts. The numbers on the x-axis refer to the position in the ex-siRNAs and the y-axis shows the percentage distribution. The top to bottom order of bases in each position is determined by their frequency (highest at top). The figure shows that uracil (T in the cDNA sequences) is highly enriched at the first position and that generally adenine and guanine are over-represented over cytosine and uracil.  

Supplementary Figure 4. Size distribution of classes 1-3 ex-siRNAs in the wild type strain.

The percentage of raw reads corresponding to different length of sequenced esRNAs in the wild type strain was calculated for classes 1 to 3 of ex-siRNAs. Class 4 was not analysed because of the small number of sequence reads.
Supplementary Figure 5. Sequence logo of ex-siRNAs class 3
The frequency of each of the four bases was calculated in class 3 ex-siRNAs. The result is shown for separate sizes of 20-25 nts. The numbers on the x-axis refer to the position in the ex-siRNAs and the y-axis shows the percentage distribution. The top to bottom order of bases in each position is determined by their frequency (highest at top). The figure shows that uracil (T in the cDNA sequences) is not enriched at the first position but uracil is highly over-represented in the penultimate position.  

Supplementary Table 1. Sequences of oligonucleotides used as probes
Supplementary Table 2. Normalised reads and strand bias of ex-siRNAs in all strains analysed
Supplementary Table 3. Log2 fold change and strand bias of ex-siRNAs in different mutants compared to wild type.
Normalised reads in Supplementary Table 2 were used to calculate the fold change of ex-siRNAs in each mutant compared to wild type strain. Log2 of the fold changes is shown in this table. The data was sorted for the fold change in dcl2- strain and the four classes almost got separated perfectly from each other. Class 1, 2, 3 and 4 exons have yellow, white, pink and grey background, respectively. Row 10 was moved slightly up into class 1 based on the accumulation level of ex-siRNAs in rdrp1-. Rows 227-232 were moved slightly up into class 2 although the fold change of es-siRNAs  in dcl2- is less than fourfold for these six exons. However, the facts that rdrp2 is not required for ex-siRNA production from these exons and that the ex-siRNAs do not display strong strand bias place these exons into class 2 rather than class 3 (considering that the fourfold cut off is an arbitrary threshold). The exon in row 241 could also belong to class 2. 

Values that represent a fourfold or larger change are in bold. Decrease in expression is shown in red and increase in expression is shown in green. Strand bias indicates orientation to mRNAs, where 1 corresponds to all sRNAs in the same orientation as the mRNA, 0 to equal mixture of sRNAs on both strands and -1 to all sRNAs antisense to mRNAs.
Supplementary Table 4. Nucleotide composition of genome, exons and short RNAs

The percentage of the four bases (guanine, cytosine, adenine and thymidine/uracil) was calculated in the whole Mucor genome, exons, class 2 and 3 ex-siRNA reads and all sequenced short RNAs that mapped to the genome (top table). The bottom table shows the fold difference (on a log2 scale) between the frequency of bases in exons and different short RNA categories (class 2 and 3 ex-siRNAs and all genome mapping short RNAs) and in the total genome. Green and red backgrounds indicate over- and under-representation, respectively. The table shows that adenine and guanine are strongly over-represented while cytosine and thymidine/uracil are strongly under-represented in all three classes of short RNAs.  

