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Supplementary Table 1

Strain Genotype Source

Number

YEF473 | Wildtype. Mata, his3 leu2 lys2 trp1 ura3 Gift from Erfei Bi

yMV96 | Mata, GAL1-SZ1-RGG-GFP::URAS3, leu2 his3 lys2 trp1 This study

yMV97 | Mata, GAL1-SZ1-RGG-GFP-RGG::URAS3, leu2 his3 lys2 trp1 This study

yMV98 | Mata, GAL1-SZ1-RGG-GFP-RGG-RGG::URAS3, leu2 his3 lys2 trp1 | This study

yMV100 | Mata, GAL1-SZ1-RGG-GFP-RGG-RGG::URA3, MET17-mScarlet- | This study
SZ2::LEU2 his3 lys2 trp1

yMV101 | Mata, GAL1-TsCC(A)-RGG-GFP-RGG-RGG::URA3 his3 leu2 lys2 | This study
trp1

yMV102 | Mata, GAL1-TsCC(A)-RGG-GFP-RGG-RGG::URA3, MET17- This study
mScarlet-TsCC(B)::LEUZ2 his3 lys2 trp1

yMV48 | Mata, CDC24-TsCC(B)::KANMXE6 his3 leu2 lys2 trp1 ura3 This study

yMV65 | Mata, CDC24-mScarlet-TsCC(B)::KANMX®6 his3 leu2 lys2 trp1 This study
ura3

yMV103 | Mata, GAL1-TsCC(A)-RGG-GFP-RGG-RGG::URA3, CDC24- This study
TsCC(B)::KANMX®6 his3 leu2 lys2 trp1

yMV105 | Mata, GAL1-RGG-GFP-RGG-RGG::URA3, CDC24-mScarlet- This study
TsCC(B)::KANMX®6 his3 leu2 lys2 trp1

yMV104 | Mata, GAL1-RGG-GFP-RGG-RGG::URA3, CDC24-mScarlet- This study
TsCC(B)::KANMX®6 his3 leu2 lys2 trp1

yMV121 | Mata, CDC5-mScarlet-TsCC(B)::KANMX6 his3 leu2 lys2 trp1 ura3 | This study

yMV122 | Mata, GAL1-TsCC(A)-RGG-GFP-RGG-RGG::URA3, CDC5- This study
mScarlet-TsCC(B)::KANMXE6 his3 leu2 lys2 trp1

yMV135 | Mata, CDC24-PhoCI-TsCC(B)::KANMXE®6 his3 leuZ2 lys2 trp1 ura3 This study

yMV136 | Mata, GAL1-TsCC(A)-RGG-GFP-RGG-RGG::URA3, CDC24- This study

PhoCI-TsCC(B)::KANMX®6 his3 leu2 lys2 trp1




yMV140 | Mata, tor1-1 fpr1A::KANMX6, FRB-RGG-GFP-RGG-RGG::URA3, | This study
MET17-mScarlet-FKBP::LEUZ2 his3A1 met15A0

yMV142 | Mata, tor1-1 fpr1A::KANMX6, FRB-RGG-GFP-RGG-RGG::URA3, | This study
CDC24-mScarlet-FKBP::HIS3 leu2A0 met15A0

yMV147 | Mata, BNRTADAD-mScarlet-TsCC(B)::HIS3 bni1A::TRP1 leu2 lys2 | This study
ura3

yMV149 | Mata, GAL1-TsCC(A)-RGG-GFP-RGG-RGG::URA3, BNR1ADAD- | This study
mScarlet-TsCC(B)::HIS3 bni1A::TRP1 leu2 lys2

yMV150 | Mata, GAL1-TsCCA-PhoCI2f-RGG-GFP-RGG-RGG::URAS3,

CDC24-mScarlet-TsCC(B)::KANMX®6 his3 leu2 lys2 trp1




Supplementary Table 2

Number | Plasmid Source
pMV5 Yiplac211- proGAL1--SZ1-RGG-GFP::URA3 This study
pMV6 Yiplac211- proGAL1--SZ1-RGG-GFP-RGG::URA3 This study
pMV7 Yiplac211- proGAL1-SZ1-RGG-GFP-RGG-RGG::URA3 This study
pMV8 Yiplac211-proGAL1-TsCC(A)-RGG-GFP-RGG-RGG::URA3 This study
pMV9 Yiplac128-proMET17-mScarlet-SZ2::LEU2 This study
pMV10 | Yiplac128-proMET17-mScarlet-TsCC(B)::LEU2 This study
pMV32 pfa6a-mScarlet-TsCC(B)::KANMX6 This study
pMV33 | pfaba-mScarlet-TsCC(B)::HIS3 This study
pMV34 | Yiplac211-proGAL1-FRB-RGG-GFP-RGG-RGG::URA3 This study
pMV35 Yiplac128-proMET17-mScarlet-FKBP::HIS3 This study
pMV36 pfa6a-mScarlet-FKBP::HIS3 This study
pMV41 pfa6a-PhoCI-TsCC(B)::KANMX6 This study
pJH2972 | pCas9::URA3 Anand et al.,
20172

pMV68 pCas9 Bnr1-DAD gRNA::URA3 This study
pMV69 | pUC19 RAC1 5-mCherry-TsCC(B)-Neo®- RAC1 3’ This study
pMV70 | pUC19 ERK1 5-mCherry-TsCC(B)-Neo"- ERK1 3’ This study




pMV71 pCas9-Guide RAC1 gRNA This study
pMV72 pCas9-Guide ERK1 gRNA This study
pMV73 | pUC19 PARG 5-mCherry-TsCC(B)-Neo®- ERK1 3’ This study
pMV74 pCas9-Guide PAR6 gRNA This study
pMV75 | Yiplac211-proGAL1-TsCC(A)-PhoCI2f-RGG-GFP-RGG- This study

RGG::URA3




Supplementary Video 1.
Rapamaycin-induced client recruitment to preformed condensates in cells. Green: FRB-(RGG)3
GFP-tagged scaffold. Red: exogenous client, mScarlet-TsCC(B).

Supplementary Video 2.

Inducible expression of scaffold disrupts native cortical localization of Cdc24, sequestering it to
newly formed synthetic condensates. Green: TsCC(A)-(RGG)s GFP-tagged scaffold. Red:
native client, Cdc24-mScarlet-TsCC(B).

Supplementary Video 3.
Induced condensate sequestration of endogenous client, Cdc24, upon rapamycin addition.
Green: FRB-(RGG)s; GFP-tagged scaffold. Red: native client, Cdc24-mScarlet-FKBP.
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