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Supplemental Fig. S1.  Retro-seq protocol for quantifying Ty3 8N tags at insertion sites. Galactose-inducible Ty3-8N is encoded on a plasmid containing URA3 selectable marker. After insertion into the genome, sequencing libraries were prepared using a two-step PCR priming scheme (Supplemental Methods). First, forward priming is from the downstream internal domain region of Ty3, reverse priming is from the adapter. Second, forward priming is from the Illumina primer binding site contained on the U5 portion of the LTR. After mapping, each unique 8N tag is counted once per insertion site for quantifying the frequency of integration events.
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Supplemental Fig. S2. ChIP analysis of Brf1, Rpc34 and IN association with Ty3 insertion sites. (A) Analysis of ChIP-seq replicates for irreproducibility discovery rate (IDR). Brf1, Rpc34 or IN were compared by analyzing peaks only identified in one or the other replicate. (B) Histogram of frequency versus fold enrichment (FE) at Ty3 insertion sites (Methods, Supplemental Methods); (C) ChIP-qPCR of genomic Brf1, Rpc34, and ectopic IN to verify FE observed in ChIP-seq experiments.  Results represent 2 independent experiments with 4 biological replicates each (N=8). 
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Supplemental Fig. S3. MEME analysis of A/B box promoters. Comparison of promoter elements at hot and cold tDNA targets. (A) A-box and B-box promoters were defined by MEME Suite for all tDNAs grouped by hot and cold or all together. (B) The average frequency of Ty3 insertion for the tQ and tY tDNA families. Standard deviation from the mean is indicated. (C) The consensus sequence of all tQ (top) or tY (bottom) tDNAs (MEME Suite), A- and B-box promoter elements are underlined.
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Supplemental Fig. S4. Role of bendability in target site determination.  (A) Plot of bendability expressed as arbitrary units (AU) as determined by bend.it analysis (Vlahovicek et al. 2003) of 100 bp upstream of tDNA for hot (tQM) and cold (tQB) targets. (B) Linear regression of bendability versus insertion frequency. (C and D) Plots of curvature of hot (ptQM) and cold (ptQB) plasmid targets and with either 25 or 75 bp of swapped sequences as described in legend of Fig. 3C.
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