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Sample size

Data exclusions

Replication

Randomization

Blinding

All data generated during this study are included in this published article and its Supplementary Information/Source Data files. Sequencing data can be found at the
NCBI Sequence Read Archive at accession number PRJNA1015222 (https://www.ncbi.nlm.nih.gov/bioproject/PRJNA1015222) . Yeast plate images are available at
https://doi.org/10.7910/DVN/GITY2H. Enhanced yeast one-hybrid data can be found at https://doi.org/10.1093/nar/gkaa1055. The CytReg database can be found
at https://cytreg.bu.edu/search_v2.html. ChIP-seq data were obtained from the GTRD database (https://doi.org/10.1093/nar/gkaa1057; http://gtrd.biouml.org/).
DNA binding motif data were obtained from the CIS-BP database (https://doi.org/10.1016/j.cell.2014.08.009; http://cisbp.ccbr.utoronto.ca/). Expression data were
obtained from the Tabula Sapiens atlas (https://doi.org/10.1126/science.abl4896). All clones and yeast strains generated in this study are available upon request
made to corresponding author J.I.F.B., and will be shipped within one month of request.
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No statistical method was used to predetermine sample size. The number of DNA regions of interest selected for screening was based on
feasibility considerations gleaned from previous experiments. When generating protein-pair arrays, we started with all protein-pairs known or
suspected to interact with one another, and we report data corresponding to all pairs for which yeast strains were sequence-confirmed.

As established prior to data collection, data were excluded for a protein-pair if the protein-pair or either corresponding single-protein yeast
strain were deemed “inconclusive” by one or more of the following criteria: yeast strain was not sequence-verified; yeast strain did not show
adequate growth in the array; yeast strain did not display at least 3 uniform colonies; yeast strain was contaminated during screening.

As demonstrated in our Supplementary Information, we conducted two replicate screens for the CCL15 promoter and observed a high level of
reproducibility in event calling. Replicate screens of other promoters were also successful. All interactions are tested in quadruplicate colonies
and we require uniform reporter signal from 3 out of 4 replicate colonies for an interaction to be considered.

We randomized locations of yeast strains in our array plates so that strains expressing a given protein were dispersed throughout the plate.
Similarly, we distributed “empty” control yeast strains, which were used for normalization, throughout each array plate to avoid any biases
that might arise based on plate location.

As no group allocations were involved in this study, researcher blinding was not applicable. Although researchers were not blinded to the
identity of yeast strains during analysis, unbiased results were ensured as follows. First, yeast strains were sorted according to objective
cooperativity and antagonism indexes prior to manual curation to generate an initial event list. Second, researchers used an unlabeled full
plate layout view to blindly identify “positive” colonies. The initial list of cooperative and antagonistic events was then further curated to
include only those that involved blindly selected “positive” colonies.




