
Remove low quality reads

Map reads to SGD S288C genome using Bowtie
parameters: -v 3 -k 275 --best --strata

Annotate reads to genomic elements from SGD genome
S288C and published 5' UTR and 3' UTR annotations

Sequence RNA using Illumina HiSeq 2000

gPAR-CLIP: Keep reads mapping to 1 locus with 1 or 2 T-to-C conversions
mRNA-seq: Keep reads mapping perfectly to 1 locus

Validate duplicate libraries by Pearson correlation of gene RPMs

Calculate CLS for each T as
1,000 x gPAR-CLIP T-to-C RPM:mRNA-seq RPKM ratio

(378,247 Ts with CLS)
Define crosslinking site boundaries

using Gaussian smoothing
(82,350 binding sites)

Cross-linking score (CLS) calculation
gPAR-CLIP: Calculate T-to-C RPM of genomic Ts

mRNA-seq: Calculate RPKM of genic regions

Binding site generation
Generate clusters as continuous

regions covered by gPAR-CLIP reads
(76,877 clusters)

Calculate read coverage for each
crosslinking site from each gPAR-CLIP library

Assign each crosslinking site an FDR based
on mRNA-seq T-to-C sequencing error rate

For crosslinking site dynamics analyses:
Analyze separately 3' UTR binding sites with >5 RPM in
one replicate and FDR<1% for confident quantification

(WT: 3,695 crosslinking sites
-glucose: 2,485 crosslinking sites

-nitrogen: 3,037 crosslkinging sites)

Normalize crosslinking site coverage by
transcript abundance from mRNA-seq
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