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[bookmark: _Ref117515412]Figure S1: Liquid growth assays with recording of GFP fluorescence intensity of strains with GFP-ERdd fusions of four highly expressed essential genes. Optical density at 600 nm (left column) to monitor growth and GFP fluorescence intensity (right column) as measure for relative abundance of the respective essential GFP-ERdd fusion protein were recorded. Despite substantial reduction of essential fusion protein levels for each, the strains showed no or only minor estradiol dependence.
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[bookmark: _Ref101871878]Figure S2: Liquid growth assays to assay estradiol dependence in singly ERdd-tagged strains. Strains with direct ERdd fusions of the six winner genes from the screening of GFP-ERdd fusions and the escape frequency-improved strain SPC110845-ERdd were assayed. All seven ERdd strains show strong estradiol growth dependence but differ in response profiles. Notably, growth of SPC110-ERdd, RRP46-ERdd and SPC110845-ERdd is fully restored at 100 nM estradiol.
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[bookmark: _Ref105747296]Figure S3: Liquid growth assays to assay estradiol dependence in strains with two select ERdd-tagged essential genes. 

[bookmark: _Ref116568646]Table S1: Generated strains with essential genes directly fused to ERdd.
	Strain ID
	ERdd-tagged gene(s)
	Parent
	Genotype

	SHy110
	SEC18
	BY4742
	MAT his3Δ1 leu2Δ lys2Δ ura3Δ SEC18-ERdd

	SHy111
	SES1
	BY4742
	MAT his3Δ1 leu2Δ lys2Δ ura3Δ SES1-ERdd

	SHy112
	SPC110
	BY4742
	MAT his3Δ1 leu2Δ lys2Δ ura3Δ SPC110-ERdd

	SHy113
	SEC14
	BY4742
	MAT his3Δ1 leu2Δ lys2Δ ura3Δ SEC14-ERdd

	SHy114
	RRP46
	BY4742
	MAT his3Δ1 leu2Δ lys2Δ ura3Δ RRP46-ERdd

	SHy115
	DIS3
	BY4742
	MAT his3Δ1 leu2Δ lys2Δ ura3Δ DIS3-ERdd

	SHy117
	SPC110, RRP46
	SHy114
	MAT his3Δ1 leu2Δ lys2Δ ura3Δ SPC110-ERdd RRP46-ERdd

	SHy118
	SPC110, DIS3
	SHy112
	MAT his3Δ1 leu2Δ lys2Δ ura3Δ SPC110-ERdd DIS3-ERdd

	SHy119
	RRP46, DIS3
	SHy115
	MAT his3Δ1 leu2Δ lys2Δ ura3Δ RRP46-ERdd DIS3-ERdd

	SHy121
	SPC110845
	BY4742
	MAT his3Δ1 leu2Δ lys2Δ ura3Δ YDR356WΔ845-ERdd







[bookmark: _Ref116649641]Table S2: Oligonucleotides used in this study to generate CRISPR guide constructs and confirm edits.
	Oligonucleotide description
	Sequence

	HIS3MX6 guide sense
	gactttTTCCCAAGCTACTCAGTCAC

	HIS3MX6 guide anti-sense
	aaacGTGACTGAGTAGCTTGGGAAaa

	YBR080C guide sense
	gactttTTGAAATAATTATGCGGATT

	YBR080C guide anti-sense
	aaacAATCCGCATAATTATTTCAAaa

	YDR023W guide sense
	gactttCTTTTTCTTGTCTTTACTAG

	YDR023W guide anti-sense
	aaacCTAGTAAAGACAAGAAAAAGaa

	YDR356W guide sense
	gactttGTAGCAGCGGGCGTATATCT

	YDR356W guide anti-sense
	aaacAGATATACGCCCGCTGCTACaa

	YGR095C guide sense
	gactttAATGGCTATACAACTAGACG

	YGR095C guide anti-sense
	aaacCGTCTAGTTGTATAGCCATTaa

	YMR079W guide sense
	gactttATAATATCATTTCATCGAAA

	YMR079W guide anti-sense
	aaacTTTCGATGAAATGATATTATaa

	YOL021C guide sense
	gactttAGAATTATTGTTAAAATAGA

	YOL021C guide anti-sense
	aaacTCTATTTTAACAATAATTCTaa

	YBR080C fw 2178
	CAATGTCGGTATTAAAAAGACC

	YBR080C rv 200ds
	ATCATCTTTACCCGGTGG

	YDR023W fw 1290
	TTTGAGGAAATACATTCCAGGTG

	YDR023W rv 220ds
	GGGTTATGAGGGAACTATTTG

	YDR356W fw 2736
	GAGGATGAAAAGGATTGCTTTTTAC

	YDR356W rv 230ds
	AGATATACCCTACGTATGTTTTATGC

	YGR095C fw 672
	GTTCAGTTTACTGGAGCTG

	YGR095C rv 250ds
	AAAGCAAGCTGGATAACAC

	YMR079W fw 594
	ATCCAAGGGTGGGTTATAC

	YMR079W rv 200ds
	ATAATCTAATAGCTGAGTGGAAG

	YOL021C fw 2907
	ACCGAGGGATGTTTACG

	YOL021C rv 230ds
	ACGTTGCCATCGTTG
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