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A (cont.)
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> 150 Bl 1 mM niacin 2 150 B 1 mM niacin 2 150 I 1 mM niacin

I OT Z Q14151213 S 0IOTZQ141512138 0IOTZQ141512138
Fig. S6. Control DCyFIRscreen profiles to assess DCyFIRplex sensitivity. (A) Control DCyFIRscreen

profiles for receptors with low ACq values from DCyFIRplex profiling. Error bars represent SD of n=4
technical replicates.
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Table S1. Media Formulations
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Medium

Concentration

Identifier

Synthetic Complete Dextrose / Synthetic Complete
Dextrose - Uracil Medium

SCD/SCD -U

amino acids, folic acid, and riboflavin

Ammonium sulfate 5.00 g/L

CSM / CSM-URA supplement mixture 0.79/0.77 g/L
Glucose 20.00 g/L
Sodium hydroxide 0.1g/L

Yeast nitrogen base without amino acids & 1.70 g/L
ammonium sulfate

Synthetic Complete Dextrose Low Fluorescence SCD LoFopH 7.0
Screening Medium

Ammonium sulfate 5.00 g/L

CSM supplement mixture 0.79 g/L
Dextrose 20.00 g/L
MES monohydrate 9.76 g/L
Potassium phosphate dibasic 8.72 g/L
Yeast nitrogen base- Low fluorescence without 1.70 g/L

Potassium hydroxide solution

pH adjustment to 7.0

Hydrochloric acid solution

pH adjustment to 7.0

Yeast Peptone Dextrose Medium YPD
Yeast extract 10.00 g/L

Peptone 20.00 g/L

D-(+)-Glucose 10.00 g/L

5FOA Counterselection Medium 5FOA
Yeast nitrogen base 6.7 g/L

CSM supplement mixture

0.79 g/L (has 20 mg
uracil)

Uracil 30 mg/L (50 mg
total)

5FOA 1g/L

Dextrose 20 g/L

Bacto Agar 15 g/L
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Table S2. Synthetic DNA constructs used in this study.

Construct | Type Sequence (5'-3")
name
FAR1 DP | gBlock | TGTCTTGAGAGTGTATATTATCTTATCTATTCAAAAAATTTCTATTT

ACTTTTATATTTCTTGACCATCCTTTACACAAAGTCTATAGATCCAC
TGGAAAGCTTCGTGGGCGTAAGAAGGCAATCTATTATAGTTCGGGA
ATCGAGGCCCGTATTTCGAGGCTTTTGCTTTTCCTTTTTTTTTTTTCG
TTTCTCCACGTCTATACTACGCAATGACTGAATATATATAATGCGTC
GTAAATAGCAGTTAATGTATAAATA

Ste2 DP gBlock | CTTCAAAGCAATACGATACCTTTTCTTTTCACCTGCTCTGGCTATAA
TTATAATTGGTTACTTAAAAATGCACCGTTAAGAACCATATCCAAG
AATCAAAATCAAAATTTACGGCTTTGAAAAAGTAATTTCGTGACCT
TCGGTATAAGGTTACTACTAGATTCAGGTGCTCATCAGATGCACCA

CATTCTCTATAAAAAAA
GPAI1 _ gBlock | TTTTTGAGCTTGAATAAGACAAACAAACCAATCTACGTGAAACGAA
chimera CCTGCGCTACCGATACCCAAACTATGAAGTTCGTATTGAGTGCAGT
GNAI3 CACTGATCTAATCATCCAGCAAAACCTTAAAGAATGTGGTTTGTAT

TGAAGGAACTGTATAATTAAAGTAGTGTTTAGATACGTAAATTCTG
TTTCCGAAGATGCAAGAAGGAGCAGCAGCACCAGAAAAAATTACT
ATTTTTCTTCTCCATTAGAGTCTATGATGGAA

GPAI1 _ gBlock | TTTTTGAGCTTGAATAAGACAAACAAACCAATCTACGTGAAACGAA
chimera CCTGCGCTACCGATACCCAAACTATGAAGTTCGTATTGAGTGCAGT
GNAO CACTGATCTAATCATCCAGCAAAACCTTAAAGGTTGTGGTTTGTATT

GAAGGAACTGTATAATTAAAGTAGTGTTTAGATACGTAAATTCTGT
TTCCGAAGATGCAAGAAGGAGCAGCAGCACCAGAAAAAATTACTA
TTTTTCTTCTCCATTAGAGTCTATGATGGAA

GPAI1 _ gBlock | TTTTTGAGCTTGAATAAGACAAACAAACCAATCTACGTGAAACGAA
chimera CCTGCGCTACCGATACCCAAACTATGAAGTTCGTATTGAGTGCAGT
GNATI123 CACTGATCTAATCATCCAGCAAAACCTTAAAGATTGCGGTTTGTTTT
112 GAAGGAACTGTATAATTAAAGTAGTGTTTAGATACGTAAATTCTGT

TTCCGAAGATGCAAGAAGGAGCAGCAGCACCAGAAAAAATTACTA
TTTTTCTTCTCCATTAGAGTCTATGATGGAA

GPAI1 _ gBlock | TTTTTGAGCTTGAATAAGACAAACAAACCAATCTACGTGAAACGAA
chimera CCTGCGCTACCGATACCCAAACTATGAAGTTCGTATTGAGTGCAGT
GNAZ CACTGATCTAATCATCCAGCAAAACCTTAAATATATCGGTTTGTGCT

GAAGGAACTGTATAATTAAAGTAGTGTTTAGATACGTAAATTCTGT
TTCCGAAGATGCAAGAAGGAGCAGCAGCACCAGAAAAAATTACTA
TTTTTCTTCTCCATTAGAGTCTATGATGGAA

GPAI1 _ gBlock | TTTTTGAGCTTGAATAAGACAAACAAACCAATCTACGTGAAACGAA
chimera CCTGCGCTACCGATACCCAAACTATGAAGTTCGTATTGAGTGCAGT
GNAQ 11 CACTGATCTAATCATCCAGCAAAACCTTAAAGAATATAATTTGGTT

TGAAGGAACTGTATAATTAAAGTAGTGTTTAGATACGTAAATTCTG
TTTCCGAAGATGCAAGAAGGAGCAGCAGCACCAGAAAAAATTACT
ATTTTTCTTCTCCATTAGAGTCTATGATGGAA

GPAI1 _ gBlock | TTTTTGAGCTTGAATAAGACAAACAAACCAATCTACGTGAAACGAA
chimera CCTGCGCTACCGATACCCAAACTATGAAGTTCGTATTGAGTGCAGT
GNA14 CACTGATCTAATCATCCAGCAAAACCTTAAAGAATTTAATTTGGTTT

GAAGGAACTGTATAATTAAAGTAGTGTTTAGATACGTAAATTCTGT
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TTCCGAAGATGCAAGAAGGAGCAGCAGCACCAGAAAAAATTACTA
TTTTTCTTCTCCATTAGAGTCTATGATGGAA

GPAI1 _ gBlock | TTTTTGAGCTTGAATAAGACAAACAAACCAATCTACGTGAAACGAA
chimera CCTGCGCTACCGATACCCAAACTATGAAGTTCGTATTGAGTGCAGT
GNA15 CACTGATCTAATCATCCAGCAAAACCTTAAAGAAATTAATTTGTTG

TGAAGGAACTGTATAATTAAAGTAGTGTTTAGATACGTAAATTCTG
TTTCCGAAGATGCAAGAAGGAGCAGCAGCACCAGAAAAAATTACT
ATTTTTCTTCTCCATTAGAGTCTATGATGGAA

GPAI1 _ gBlock | TTTTTGAGCTTGAATAAGACAAACAAACCAATCTACGTGAAACGAA
chimera CCTGCGCTACCGATACCCAAACTATGAAGTTCGTATTGAGTGCAGT
GNA12 CACTGATCTAATCATCCAGCAAAACCTTAAAGATATTATGCTACAA

TGAAGGAACTGTATAATTAAAGTAGTGTTTAGATACGTAAATTCTG
TTTCCGAAGATGCAAGAAGGAGCAGCAGCACCAGAAAAAATTACT
ATTTTTCTTCTCCATTAGAGTCTATGATGGAA

GPAI1 _ gBlock | TTTTTGAGCTTGAATAAGACAAACAAACCAATCTACGTGAAACGAA
chimera CCTGCGCTACCGATACCCAAACTATGAAGTTCGTATTGAGTGCAGT
GNA13 CACTGATCTAATCATCCAGCAAAACCTTAAACAATTGATGTTGCAA

TGAAGGAACTGTATAATTAAAGTAGTGTTTAGATACGTAAATTCTG
TTTCCGAAGATGCAAGAAGGAGCAGCAGCACCAGAAAAAATTACT
ATTTTTCTTCTCCATTAGAGTCTATGATGGAA

GPAI1 _ gBlock | TTTTTGAGCTTGAATAAGACAAACAAACCAATCTACGTGAAACGAA
chimera CCTGCGCTACCGATACCCAAACTATGAAGTTCGTATTGAGTGCAGT
GNAS L CACTGATCTAATCATCCAGCAAAACCTTAAACAATATGAATTGTTG

TGAAGGAACTGTATAATTAAAGTAGTGTTTAGATACGTAAATTCTG
TTTCCGAAGATGCAAGAAGGAGCAGCAGCACCAGAAAAAATTACT
ATTTTTCTTCTCCATTAGAGTCTATGATGGAA

CHRM1 gBlock | ATGAATACAAGCGCTCCTCCAGCGGTTTCCCCAAATATTACGGTGC
Ail3 TGGCACCTGGGAAAGGACCATGGCAAGTTGCTTTTATCGGTATCAC
CACCGGCTTGCTCTCCTTGGCAACAGTCACGGGCAATTTGCTCGTA
CTGATCTCATTTAAGGTGAACACAGAGCTGAAAACAGTGAACAACT
ACTTCTTGTTGAGTTTGGCCTGTGCGGACCTTATTATCGGAACGTTT
TCAATGAATCTGTATACAACCTATCTCCTGATGGGCCACTGGGCGC
TGGGAACCCTTGCTTGCGACCTTTGGTTGGCCCTTGATTACGTGGCG
AGCAACGCAAGCGTCATGAATCTCCTGTTGATATCATTTGACAGGT
ATTTTTCTGTTACCCGGCCCCTGAGCTACAGAGCTAAACGAACTCC
ACGACGCGCTGCACTGATGATTGGTCTGGCCTGGCTGGTCAGTTTT
GTCCTGTGGGCCCCTGCCATACTGTTTTGGCAGTACCTGGTGGGAG
AGCGCACCGTGCTTGCAGGTCAGTGCTATATACAGTTTCTGTCTCA
GCCCATAATCACATTCGGCACCGCGATGGCGGCATTTTACTTGCCT
GTGACTGTTATGTGTACTCTGTATTGGCGAATTTACCGCGAAACCG
AGAATAGAGCCAGGGAACTTGCTGCACTGCAGGGTTCAGAGACAA
AGGAACAGCTGGCGAAGCGGAAAACCTTCAGCCTCGTGAAGGAAA
AGAAAGCCGCACGAACCCTGTCCGCTATCTTGCTGGCTTTCATACT
GACCTGGACGCCTTATAACATTATGGTGCTGGTCTCCACCTTTTGTA
AAGATTGCGTCCCAGAGACACTTTGGGAGCTGGGGTACTGGCTGTG
CTATGTGAACTCCACAATTAACCCAATGTGTTATGCCTTGTGTAATA
AAGCGTTCAGAGATACATTCCGGCTTCTCCTTCTGTGCCGGTGGGA
TAAGAGGCGCTGGCGCAAAATCCCCAAACGGCCCGGGTCAGTTCA
CAGAACACCTAGCAGACAATGTTAA
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CHRM3 gBlock | ATGACGCTGCATAATAATTCAACCACAAGCCCTCTGTTCCCTAACA
Ail3 TCAGTAGTAGCTGGATACACTCTCCTAGCGACGCCGGACTTCCTCC
CGGAACCGTGACCCACTTTGGGTCATATAACGTCTCTCGGGCCGCA
GGCAATTTTTCTTCCCCAGATGGGACAACCGACGATCCGCTCGGCG
GCCACACTGTATGGCAGGTGGTTTTCATAGCCTTTCTGACCGGCATT
CTGGCTCTGGTCACAATCATCGGCAATATTCTGGTAATTGTGTCCTT
CAAGGTAAACAAACAACTGAAGACTGTCAATAACTACTTTCTGCTT
AGTTTGGCATGCGCCGATCTGATTATCGGAGTGATAAGTATGAATC
TCTTCACTACTTACATCATTATGAACAGATGGGCTCTGGGTAACTTG
GCTTGCGACCTGTGGCTCGCAATTGACTATGTCGCAAGCAACGCCA
GTGTGATGAACCTTCTGGTTATTAGCTTCGACCGCTATTTTAGCATT
ACACGCCCTCTGACCTACAGAGCGAAACGCACTACAAAGCGGGCA
GGAGTTATGATCGGCCTGGCCTGGGTCATTTCCTITCGTGCTCTGGGC
ACCAGCCATCTTGTTCTGGCAGTATTTCGTCGGTAAGAGGACAGTC
CCACCAGGCGAGTGCTTCATCCAATTTTTGTCCGAGCCAACCATAA
CATTCGGCACAGCCATCGCGGCATTTTACATGCCAGTGACTATCAT
GACCATTCTGTACTGGAGAATCTACAAAGAAACCGAAAAGCGGAC
AAAGGAGTTGGCAGGGCTTCAGGCATCAGGCACAGAGACCCGGTC
ACAGATAACCAAGCGCAAGCGAATGTCACTCGTGAAAGAAAAAAA
AGCAGCACAGACATTGAGCGCCATCTTGCTCGCTTTTATCATAACA
TGGACACCCTACAATATCATGGTCCTCGTGAACACTTTCTGCGACTC
CTGTATTCCTAAGACTTTCTGGAACCTCGGCTACTGGCTGTGCTATA
TCAACAGTACAGTTAACCCTGTGTGCTACGCTCTCTGTAACAAGAC
CTTTAGGACCACGTTCAAGATGCTCCTCCTGTGCCAGTGTGACAAA
AAGAAACGACGAAAGCAGCAATATCAGCAGCGACAGAGTGTGATC
TTTCATAAACGGGCGCCAGAACAAGCGCTCTAA

CHRM5 gBlock | ATGGAGGGCGACTCATATCACAATGCCACGACTGTGAACGGCACA
Ail3 CCCGTCAACCACCAGCCACTTGAAAGGCACAGGCTTTGGGAGGTAA
TAACCATAGCCGCAGTGACTGCAGTAGTTAGTCTGATTACCATTGT
TGGCAATGTATTGGTCATGATTTCTTTTAAGGTTAACAGCCAGCTGA
AGACCGTGAATAATTATTATCTCCTTTCCCTGGCATGCGCTGACTTG
ATCATCGGGATCTTTAGCATGAACCTGTATACTACGTACATCCTGAT
GGGGCGCTGGGCACTGGGTTCATTGGCATGTGACTTGTGGCTTGCG
CTGGATTATGTTGCATCTAACGCCAGCGTAATGAATCTTCTCGTGAT
ATCCTTTGACAGATACTTCTCTATTACACGGCCCCTGACGTACAGA
GCCAAAAGGACCCCCAAACGAGCAGGCATCATGATTGGACTGGCT
TGGCTCATATCCTTCATACTCTGGGCCCCTGCGATCCTCTGTTGGCA
GTATCTCGTGGGGAAAAGGACTGTGCCCCTGGACGAATGCCAGATC
CAGTTCCTGAGTGAGCCCACAATAACTTTTGGGACCGCCATAGCTG
CTTTCTATATTCCGGTATCCGTTATGACCATCCTTTACTGCAGGATC
TACAGAGAGACAGAGAAAAGGACCAAAGATTTGGCTGATCTTCAG
GGGTCTGATTCTGTGTCTACTAAAGGACTCAACCCGAATCCCAGCC
ATCAGATGACCAAACGCAAGCGGGTAGTGCTGGTTAAAGAAAGGA
AAGCTGCACAGACTCTGAGCGCGATTCTGCTGGCCTTTATCATTACT
TGGACCCCCTATAACATCATGGTGCTCGTATCTACTTTCTGTGACAA
GTGCGTCCCCGTGACCCTGTGGCACCTGGGCTACTGGCTGTGCTAC
GTTAATTCAACAGTGAATCCCATCTGTTATGCCCTTTGTAACCGGAC
CTTTCGCAAAACCTTTAAGATGCTGCTTTTGTGTAGGTGGAAGAAG
AAAAAAGTCGAAGAAAAGCTTTACTGGCAGGGCAATAGCAAATTG
CCATAA
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X2-LP- PCR TCCATTTCTTTTTCCTCGGGCAGAGAAACTCGCAGGCAACTTGCTCT
CYClb product | CGAAGTGGTCACGCACACACCATAGCTTCAAAATGTTTCTACTCCT
TTTTTACTCTTCCAGATTTTCTCGGACTCCGCGCATCGCCGTACCAC
TTCAAAACACCCAAGCACAGCATACTAAATTTCCCCTCTTTCTTCCT
CTAGGGTGTCGTTAATTACCCGTACTAAAGGTTTGGAAAAGAAAAA
AGAGACCGCCTCGTTTCTTTTTCTTCGTCGAAAAAGGCAATAAAAA
TTTTTATCACGTTTCTTTTTCTTGAAAATTTTTTTTTTTGATTTTTTTC
TCTTTCGATGACCTCCCATTGATATTTAAGTTAATAAACGGTCTTCA
ATTTCTCAAGTTTCAGTTTCATTTTTCTTGTTCTATTACAACTTTTTTT
ACTTCTTGCTCATTAGAAAGAAAGCATAGCAATCTAATCTAAGTTT
TAATTACAATTGCGTAAGTGGCCCCTAGCGGGGCAGTGGTAATTAG
TTATGTCACGCTTACATTCACGCCCTCCTCCCACATCCGCTCTAACC
GAAAAGGAAGGAGTTAGACAACCTGAAGTCTAGGTCCCTATTTATT
TTTTTTAATAGTTATGTTAGTATTAAGAACGTTATTTATATTTCAAA
ITTTTTCTTTTTTTTCTGTACAAACGCGTGTACGCATGTAACATTATA
CTGAAAACCTTGCTTGAGAAGGTTTTGGGACGCTCGAAGGCTTTAA
TTTGGCATAATCGGCCCTCACAGAGGGATCCCGTTACCCATCTATG
CTGAAGATTTATCATACT

figl-mTq2 | PCR GCTTGTCTTTGGTAGAAGAAATTATAGTAAACAAACAAACAAACAA
product | ACAAAAAAAAAAAAAAAAAAatgtctaaaggtgaagaattgtttactggtgttgttccaatttt
ggttgaattggatggtoatgttaatggtcataaattttctgtitctggtgaaggtgaaggtoatgctacttatggtaaat
tgactttgaaatttatttgtactactggtaaattgccagttccatggccaactttggttactactttgtcttggggtgttca
atgttttgctagatatccagatcatatgaaacaacatgatttttttaaatctgctatgccagaaggttatgttcaagaaa
gaactattttttttaaagatgatggtaattataaaactagagctgaagttaaatttgaaggtgatactttggttaataga
attgaattgaaaggtattgattttaaagaagatggtaatattttgggtcataaattggaatataattatttttctgataatg
tttatattactgctgataaacaaaaaaatggtattaaagctaattttaaaattagacataatattgaagatggtggtgtt
caattggctgatcattatcaacaaaatactccaattggtgatggtccagttttgttgccagataatcattatttgtctact
caatctgctttgtctaaagatccaaatgaaaaaagagatcatatggttttgttggaatttgttactgctgetggtattac
tttgggtatggatgaattgtataaataaI TTTATCCTCAAATAAACATATAAGTTTTGA
GCGGATATTTCAGAATGTCAATTTTTAAAAGTAA

fusl- PCR TACGACATCCTTTATCTTTTTTCCTTTAAGAGCAGGATATAAGCCAT
mTq2 product | CAAGTTTCTGAAAATCAAAatgtctaaaggtgaagaattgtttactggtgttgttccaattttggtt
gaattggatggtgatgttaatggtcataaattttctgttictggtgaaggtgaaggtgatgctacttatggtaaattga
ctttgaaatttatttgtactactggtaaattgccagttccatggccaactttggttactactttgtcttggggtgttcaatg
ttttgctagatatccagatcatatgaaacaacatgatttttttaaatctgctatgccagaaggttatgttcaagaaaga
actattttttttaaagatgatggtaattataaaactagagctgaagttaaatttgaaggtgatactttggttaatagaatt
gaattgaaaggtattgattitaaagaagatggtaatattttgggtcataaattggaatataattatttttctgataatgttt
atattactgctgataaacaaaaaaatggtattaaagctaattttaaaattagacataatattgaagatggtggtgtica
attggctgatcattatcaacaaaatactccaattggtgatggtccagttttgttgccagataatcattatttgtctactca
atctgctttgtctaaagatccaaatgaaaaaagagatcatatggttttgttggaatttgttactgetgctggtattacttt
gggtatggatgaattgtataaataalGAAAATAATATTGACGTTCGCATTTAATCTA
TACCTATAATTCTGTACTTATATACTGTTCCTT
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Dataset S1 (separate file). Comprehensive strain list.

Dataset S2 (separate file). Human GPCR gene sequences.
Dataset S3 (separate file). Comprehensive plasmid list.
Dataset S4 (separate file). Oligonucleotides used in this study.
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