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Table S1. List of yeast strains used in this study
	Strain
	Genotype
	Source

	SEY6210
	MATα his3-Δ200 trp1-Δ901 leu2-3 ura3-52 lys2-801 suc2-Δ9
	Laboratory Strain

	BWY3818
	SEY6210; MUP1-pHl::KANMX6
	(Prosser et al. 2010)

	BWY4154
	SEY6210; ent1Δ::LEU2 ent2Δ::HIS3 yap1801Δ::HIS3 yap1802Δ::LEU2 Mup1-pHl::KANMX6 + pBW0778
	(Prosser et al. 2011)

	BWY4255
	SEY6210; MUP1-pHl::NATMX4 Mat a
	(Whitworth et al. 2013)

	BWY6690
	SEY6210; MUP1-pHl::NATMX4 sla2W360*::HPH
	This study

	BWY6694
	SEY6210; MUP1-pHl::NATMX4 sla1Q682*::HPH
	This study

	BWY6698
	SEY6210; MUP1-pHl::NATMX4 ede1W319*::HPH
	This study

	BWY6691
	SEY6210; MUP1-pHl::NATMX4 sla 1-359-GFP::KANMX6
	This study

	BWY6695
	SEY6210; MUP1-pHl::NATMX4 sla11-682-GFP::KANMX6
	This study

	BWY6699
	SEY6210; MUP1-pHl::NATMX4 ede11-319GFP::KANMX6
	This study

	BWY6475
	SEY6210; MUP1-pHl::NATMX4 PAN1-GFP::KANMX6 ABP1-RFP::HIS3
	This study

	BWY6692
	SEY6210; MUP1-pHl::NATMX4 PAN1-GFP::KANMX6 ABP1-RFP::HIS3 sla2W360*::HPH
	This study

	BWY6696
	SEY6210; MUP1-pHl::NATMX4 PAN1-GFP::KANMX6 ABP1-RFP::HIS3 sla1Q682*::HPH
	This study

	BWY6670
	SEY6210; MUP1-pHl::NATMX4 PAN1-GFP::KANMX6 ABP1-RFP::HIS3 ede1W319*::HPH
	This study

	BWY6714
	SEY6210; MUP1-pHl::NATMX4 SYP1-GFP::KANMX6 ABP1-RFP::HIS3
	This study

	BWY6693
	SEY6210; MUP1-pHl::NATMX4 SYP1-GFP::KANMX6 ABP1-RFP::HIS3 sla2W360*::HPH
	This study

	BWY6697
	SEY6210; MUP1-pHl::NATMX4 SYP1-GFP::KANMX6 ABP1-RFP::HIS3 sla1Q682*::HPH
	This study

	BWY6701
	SEY6210; MUP1-pHl::NATMX4 SYP1-GFP::KANMX6 ABP1-RFP::HIS3 ede1W319*::HPH
	This study

	BWY6457
	SEY6210; MUP1-pHl::NATMX4 arp3R346H::URA3
	This study

	BWY6662
	SEY6210; MUP1-pHl::NATMX4 arp3R346H::URA3 ARC15-GFP::KANMX6 ABP1-RFP::HIS3
	This study

	BWY6661
	SEY6210; MUP1-pHl::NATMX4 ARC15-GFP::KANMX6 ABP1-RFP::HIS3
	This study

	BWY6450
	SEY6210; MUP1-pHl::NATMX4 arp3R346H::URA3
EDE1-GFP::KANMX6 ABP1-RFP::HIS3
	This study

	BWY6476
	SEY6210; MUP1-pHl::NATMX4 arp3R346H::URA3 PAN1-GFP::KANMX6 ABP1-RFP::HIS3
	This study

	BWY6702
	SEY6210; MUP1-pHl::NATMX4 kre33Δ::TRP1 +pBW2979
	This study

	BWY6703
	SEY6210; MUP1-pHl::NATMX4 kre33Δ::TRP1 +pBW2980
	This study

	BWY6704
	SEY6210; MUP1-pHl::NATMX4 kre33Δ::TRP1 PAN1-GFP::KANMX6 ABP1-RFP::HIS3 +pBW2979
	This study

	BWY6705
	SEY6210; MUP1-pHl::NATMX4 kre33Δ::TRP1 PAN1-GFP::KANMX6 ABP1-RFP::HIS3 + pBW2980
	This study

	BWY6448
	SEY6210; MUP1-pHl::NATMX4 EDE1-GFP::KANMX6 ABP1-RFP::HIS3
	This study

	BWY6706
	SEY6210; MUP1-pHl::NATMX4 kre33Δ::TRP1 EDE1-GFP::KANMX6 ABP1-RFP::HIS3 +pBW2979
	This study

	BWY6707
	SEY6210; MUP1-pHl::NATMX4 kre33Δ::TRP1 EDE1-GFP::KANMX6 ABP1-RFP::HIS3 + pBW2980
	This study

	BWY6708
	SEY6210; MUP1-pHl::NATMX4 iqg1Δ::TRP1 +pBW2981
	This study

	BWY6709
	SEY6210; MUP1-pHl::NATMX4 iqg1Δ::TRP1 +pBW2982
	This study

	BWY6710
	SEY6210; MUP1-pHl::NATMX4 iqg1Δ::TRP1 PAN1-GFP::KANMX6 ABP1-RFP::HIS3+pBW2981
	This study

	BWY6711
	SEY6210; MUP1-pHl::NATMX4 iqg1Δ::TRP1 PAN1-GFP::KANMX6 ABP1-RFP::HIS3+pBW2982
	This study

	BWY6712
	SEY6210; MUP1-pHl::NATMX4 iqg1Δ::TRP1 EDE1-GFP::KANMX6 ABP1-RFP::HIS3 +pBW2981
	This study

	BWY6713
	SEY6210; MUP1-pHl::NATMX4 iqg1Δ::TRP1 EDE1-GFP::KANMX6 ABP1-RFP::HIS3 +pBW2982
	This study

	BWY7100
	SEY6210; MUP1-pHl::NATMX4 ARC15-TEV-3xHA::HIS3
	This study

	BWY7102
	SEY6210; MUP1-pHl::NATMX4 ARC15-TEV-3xHA::HIS3 arp3R346H::URA3
	This study



*All strains are mating type alpha unless otherwise stated.



Table S2. List of plasmids used in this study
	Plasmid
	Description
	Source

	pBW1006
	TPI-GFP-SNC1, CEN, URA3
	(Lewis et al. 2000)

	pBW0639
	STE3-GFP, CEN, URA3
	(Urbanowski and Piper 2001)

	pBW2654
	pCUP1-FUR4-GFP, CEN, URA3 
	(Jones et al. 2011)

	pBW2451
	LDB19 CEN, LEU2
	(Prosser et al. 2015)

	pBW0778 
	ENTH1 CEN, TRP1
	(Prosser et al. 2011) 

	pBW2979
	KRE33 CEN, URA3
	This study

	pBW2980
	kre33R70K CEN ,URA3
	This study

	pBW2981
	IQG1 CEN, LEU2
	This study

	pBW2982
	iqg1A654V CEN, LEU2
	This study





Table S3. Outcome of the Mup1-pHl FACS screen
	
	Dominant
	Recessive

	Total mutants able to mate (254)
	136 (53%)
	118 (46%)

	  Plasma Membrane Class
	93 (36%)
	71 (28%)

	  Punctate Class (2 mutants cannot mate (1%))
	42 (16%)
	37 (14%)

	  Vacuole Membrane Class
	1 (0.4%)
	10 (4%)







	Plasma Membrane Class, 
recessive mutants chosen for further study
	47 (18%)

	     General endocytic defective class
           Mutants complemented by plasmid
                  sla2W360*, sla1Q682*
           Mutants whole genome sequenced
                   ede1W319*, sla1Q682*, arp3R346H, iqg1A654V, kre33R70K
	15 (6%)
2 (0.8%)

5 (2%)

	      Selective class
	13 (5%)

	      Permease-selective class
            Mutants complemented by LDB19
	8 (3%)
4 (1.6%)

	      Mup1-selective class
            Mutants complemented by LDB19
	11 (4%)
3 (1.2%)












Table S4. List of genes tested for complementation of mutant strains
	Description
	Genes 

	Mup1 internalization
	RSP5, LDB19, NPR1

	Early Coat factors
	EDE1, SYP1, CHC1, CLC1

	Late Coat factors 
	SLA2, END3, PAN1, SLA1, LAS17

	Scission factors 
	RVS161, RVS167, VRP1, BBC1, BZZ1, SHE4

	Other factors
	SCD5, VPS1



