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Figure S1 (A,B) Spol1l oligos (A) and Bas1 ChlP-seq signals (B) at the hotspot in the HIS4 promoter. Green vertical ticks indicate
matches to the Bas1 motif. HIS4 is a modest hotspot in wild-type SK1 (870 RPM on average, equivalent to <2% of DNA broken;
Table S3) and Spo11-oligo counts decrease to 64% of wild type in the bas1 mutant (Table S3). A weak Bas1 ChIP-seq signal was
discernible in the HIS4 promoter, but was not sufficiently strong to pass our threshold for calling a Bas1 binding peak. (C,D)
Hotspot competition is not a major contributor to altered DSB distributions in TF mutants. It is known that a very strong
artificial hotspot can inhibit DSB formation at natural DSB hotspots nearby (see Main Text). Such behavior predicts that a
hotspot whose intrinsic activity is altered by a TF mutation should show compensatory changes in the opposite direction for its
neighbors: hotspots that decrease activity should show increased activity among the neighbors, and vice versa. The bubble plot
in panel C compares the log fold change in Spol1-oligo counts at specific hotspots in bas1 (blue) or ino4 (red) mutants with the
total log fold change of Spol1-oligo counts within the neighbors of those hotspots (within 5 kb on either side). Only hotspots
that overlap ChIP-seq peaks of the respective TF, have >100 RPM average in at least one genotype, and show >2-fold change of
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Spol1-oligo count within the hotspot are shown. The area of each point is proportional to the Spol1-oligo count (i.e., DSB
strength) in either wild type or the TF mutant, whichever was higher. There was no significant correlation between the change
in these hotspots and the change in their neighbors (p = 0.313). Panel D is similar, but for all hotspots with 2100 RPM average in
at least one genotype. The top panels show fold changes in the bas1 (left) or ino4 (right) mutant. As controls for non-specific
correlations, the bottom panels compare the fold change within each hotspot in one TF mutant with the fold change within the
hotspot’s neighbors in the other TF mutant. Only very weak positive correlations are seen, which is opposite the direction
predicted for a hotspot competition effect. As discussed in the Main Text, it is likely that the lack of a signature of hotspot
competition is because the hotspots whose activity changes have relatively low DSB frequencies, so their effects on their
neighbors are too modest to be apparent when assayed in a cell population.
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