Supplementary Figures legends

Figure S1. The secondary structure of pre-microRNA.

(a) The secondary structure of a multi-stem pre-microRNA. (b) The secondary structure of a single-stem pre-microRNA.

Figure S2. The structure alignment process of strategy A.

Figure S3. The performance of the miRD algorithm. 

(a) The performance of strategy A for multi-stem pre-microRNAs. (b) The performance of strategy B for single-stem pre-microRNAs. (c) The performance of strategy A for single-stem pre-microRNAs. (d) The performance of strategy fusion for single-stem pre-microRNAs.

Figure S4. The efficiency and specificity of plasmid transfection were evaluated. 

(a) HeLa cells were photographed 24 hours after transient transfection of H2B-GFP-tagged pcDNA3.0. (b) More than 40% of cells exhibited green fluorescence in nuclei after transfection with H2B-GFP-tagged pcDNA3.0. Bar: 100 μm. (c) Expression of mature miR-376a and other randomly selected microRNAs miR-200a* was quantiﬁed by qRT-PCR after transfection with pcDNA3.0 containing the sequence encoding pre-miR-376a. (Values are mean ± SD.)

Figure S5. Experimental validation of top-scoring candidates. 

(a)Sixteen mature microRNAs were detected by real-time PCR. The average fold change between the experiment group and the control were calculated, and the logarithm of the fold to the base 2 was used to draw the bar graph. (b) The secondary structure of novel pre-microRNAs.

Figure S6. Luciferase assay of novel microRNA-mRNA pairs.
(a)The DNA fragment encoding the 3’ UTR of Lhx9 or Mlh3 mRNA that contains the predicted novel-002 or novel-004 binding site was cloned downstream of the Renilla luciferase ORF in the psiCHECKTM-2 vector. (b) Relative luciferase activity was assayed following co-transfection of pcDNA3.0-novel-002 and the Lhx9-constructs or pcDNA3.0-novel-004 and the Mlh3-constructs into 293T cells. (Values are mean ± SD.)
