Supplementary Figure Legends

Figure S1 Aligned sequences of VHS domain-containing proteins in the region
corresponding to the C-terminal half of the domain. The secondary structure of the
human STAM1 VHS domain is shown with solid bars to indicate a-helices. Identically

conserved residues that are not directly involved in binding are shaded gray.

Figure S2 Additional SPR binding curves. (A) Full-length ESCRT-0. (B) STAM1 VHS
domain. (C) STAM1 VHS-UIM. (D) Hrs DUIM. (E) Hrs FYVE-VHS-DUIM. (F) Vps27
tandem UIMs.
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IFHLEVCSRDFASEVS. ... .NVLN.KGHPKVCEKLKALMVEWTDEFKNDPQLS. .. .LISAMIKNLKEQGVTFP.
IFHLEVCSRDFATEVR..... AVIKNKAHPKVCEKLKSLMVEWSEEFQKDPQFS....LISATIKSMKEEGITFP.
RLRQEISSKNFTSLLY....ALIESHSVHITLKKAVTDVVKQLSDSFKDDPSLR. .. .AMGDLYDKIKRKAPYLVQ
TVHDEVANKQTMEELK. .... DLLKRQVEVNVRNKILYLIQAWAHAFRNEPKYK....VVQDTYQIMKVEGHVFP.
PVHEEVFTKENCEMFS..... SFLESTPHENVRQKMLELVQTWAYAFRSSDKYQ. .. .AIKDTMTILKAKGHTFP.
PFIKEICSREFMDTMEH. .. .VILREDSNEELSELVKTILYELYVAFKNDSQLN. .. .YVAKVYDKLISRGIKFPE
RFHDEVGKFRFLNELIKVVSPKYLGSRTSEKVKNKILELLYSWTVGLPEEVK....... ITAEAYQMLKKQGIVKSD
KFHSEVAKFRFLNELIKVLSPKYLGSWATGKVKGRVIEILFSWTVWFPEDIK....... IRDAYQMLKKQGIIKQD
RFHNEVGKFRFLNELIKVVSPKYLGDRVSEKVKTKVIELLYSWITMALPEEAK.......IKDAYHMLKRQGIVQSD

SIHLQISRKEFLNDLVKR. . FPEQPPLRYSKVQOMILEAIEEWYQTICKHASYKDDLQYINDMHKLLKYKGYTFP.

PFHLQISRKEFLNELVKR. . FPGHPPLRYSKIQRLILTATEEWYQTICKHSSYKNDMGYIRDMHRLLKYKGYAFP.
RFHVLVASQDFVESVLVR. . TILPKNNPPTIVHDKVLNLIQSWADAFRSSPDLT....GVVTIYEDLRRKGLEFP.
SFQSLIVKKEFVKENLVK. . LLNPRYNLPLDIQNRILNFIKTWSQGFPGGVDVS. .. .EVKEVYLDLVKKGVQFP.
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Table S1. List of bacterial expression constructs.

Plasmid Name

DNA insert codes for:

pGST2-STAM1-VHS

Human STAM1 (2-143)

pGST2-STAM-VHS-UIM

Human STAMI (2-200)

pGST1-STAM-UIM

Human STAMI1 (158-200)

pGSTI1-Hrs-VHS

Human Hrs(2-143)

pGSTI1-Hrs-DUIM

Human Hrs (250-289)

pGST1-GGAI1-VHS

Human GGA1 (1-148)

pGST1-GGA2-VHS

Human GGA2 (1-164)

pGST1-GGA3-VHS

Human GGA3 (1-147)

pGST1-TOM1-VHS

Human TOM1 (1-152)

pGST1-TOMI1L1-VHS

Human TOMI1L1 (1-154)

pGST2-Hsel-VHS

Sc Hsel (1-146)

pGST1-Vps27-VHS

Sc Vps27 (2-150)

pGST1-Ggal-VHS

Sc Ggal (1-165)

pGST1-Vps27-UIMI1-2

Sc Vps27 (245-330)




Table S2. List of plasmids for yeast experiments.

plasmid Description

VPS27/YCplacl11 VPS27 wild-type cassette/YCplacl11
HSE1/YCplac22 HSE1 wild-type cassette/YCplac22
HSEI*"™ /Y Cplac22 HSEI cassette A170Q/S174D/YCplac22
HSEI*""/YCplac22 HSEI cassette W25A/L29D/YCplac22

HSE[*"4Y™[y Cplac22 HSEI W25A/L29D/ A170Q/S174D/YCplac22

VPS27°"™12 [YCplacl11 VPS27 cassette A266Q/S270D/A309Q/S313D/YCplacl11

VPS274AUMI21y Cplacl11 | VPS27 cassette L28A/L32D/
A266Q/S270D/A309Q/S313D/YCplacl11

pGO45 GFP-tagged Carboxypeptidase S/pRS426 (Odorizzi et al.
1998)






