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Table S1is a separate Excel file showing Ypt35 and Spo71 FIMO hits.
Table S2 is a separate Excel file showing strains (A), plasmids (B), and primers (C) used in this study.
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Figure S1. Additional measures of Vps13 and Ypt35 localization. (A) Loss of VPS13 causes an increase in the area of Ypt35 puncta. Two-tailed equal
variance ttest; n = 3, cells/strain/replicate >1,047; **, P < 0.01. (B) Vps13~GFP is dependent on Ypt35 for localization to Vps17-RFP labeled endosomes. (©)
Quantitation of Vps13*GFP puncta that colocalize with Vps17-RFP. Two-tailed equal variance t test; n = 3, cells/strain/replicate >1,910; **, P < 0.01; ****, P
< 0.0001. (D) Vps13~GFP colocalizes with Ypt35-RFP at NVJs. (E) Ypt35(1-48)-RFP-2xPHp ¢, recruits Vps13*GFP to the plasma membrane Line scans |nd|
cate the intensity of GFP (cyan) and RFP (magenta) signals along the dashed line. (F) Quantitation of Vps13*GFP recruitment to the plasma membrane,
measured as the percent of the total cell intensity colocalizing with the RFP construct at the plasma membrane. Two-tailed paired ttest; n = 4, 21,775 cells/
strain/replicate; *, P < 0.05. (G) All Ypt35(1-48)-RFP-FYVE constructs were expressed and localized to the vacuolar rim/puncta, and in cases where Vps13*GFP
was recruited to puncta, the tagged proteins colocalized. DIC, differential interference contrast. (H) A schematic of Spo71 showing the locations of potential
PxP Vpsl13-interaction motifs with partial matches to the consensus ¢pxx GpxPxPdxd, where ¢ is a hydrophobic residue. The number of deviations from the
consensus for each potential motif is indicated under A. Regions chosen for RFP-FYVE constructs are indicated by bars below; constructs indicated by green
or black bars respectively did or did not promote formation of colocalizing Vps13*GFP puncta. Bars, 2 um. Error bars indicate SEM.
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Figure S2. Additional assessments of Vps13 adaptor interactions. (A) Ypt35-3HA binds the minimal DUF1162-containing Vps13(1,732-2,556)-GFP frag-
ment. ADHIpr-driven WT or truncated Vps13-GFP was immunopurified, and coprecipitating ADHIpr-expressed Ypt35-3HA was detected by immunoblot. (B)
Mcpl-3HA interacts with DUF1162-containing Vps13 fragments but not a C-terminal fragment in a PxP motif-dependent manner. ADHIpr-driven Vps13-GFP
was immunopurified, and coprecipitating WT or mutant ADHIpr-overexpressed Mcpl-3HA was detected. IP, immunoprecipitation; WCL, whole-cell lysate.
(C) Tetrad dissections of an mdm10A x ypt35A cross show the mdmI0A and ypt35A mutations do not exhibit synthetic lethality.

Bean et al.
Vpsl3 is recruited by competing adaptors

Journal of Cell Biology
https://doi.org/10.1083/jcb.201804111

S18



&
ov
A ; 0 ; 10 a0 ;
DUF Repeat 1 /LA SRV - - Blo k PMQ/L V[ DIEL FIVWIQD——KTT.DNKNEVVLL KANTILPWEFED
DUF Repeat2 NNV I TFRSTILVI ENT LLVDS--KDPNKP'SLKMA I KPIHQSKISVPVENAY
DUF Repeat 3[FPHMK/I VV/SASMTI ENLLPA INFIIFD———KR.EKRTDFLKTQESMEV ISLDS
DUFRepeat4lRSIVIRIYSPII IMNSHl- - BRELY1QS--SLLNIAQSKILLLENEKRYIPKME- -
DUF Repeat 5L L SIIV I ELAPRY 11 SNT LD P i VCETG———SMIVQQI ------ ESNIMKP- L
DUF Repeat6/1\R | KIDGGDRWP ES/IRNFEDHDF | F¥QRDPRKVSBPYKDDQEINESSSRSFKPIFM- -
70 80 90 100 110
1 1 1 1 1 1
DUFRepeaHWRSIIEKLDI KSKNILGVCVS‘GQNIK l------ MNIDATTEGENL.VL.PP-NN
DUF Repeat2 DSD | RIIRPASIED I - YDWSQQTLS--WK|SLLSNQMS I FCS/SK E-DSNQRIFHFE | GAK
DUF Repeat3 F L LMSVQP LQBEA- SASKP S I VNTPHK/SP LNPEDSLSLTILSG-GoNLLELRLDYRN I
DUF Repeat4 - - - - SFDK EDPK S- NRAR/IRFKESEWS|SK---- - - LSFDAIGQSFDASVRIKNKEQ
DUFRepeatS————IMRNIV KQ- LVLKIFLGEDSNWSQP - - - - - - [EFIIKNVGVTY LKV LK- NSRHK
DUF Repeat6 - - - - RILP/SK S I MP - YAWDFPTAKEKNMLVLESGTRTREVRIDAE IGELPP LRIEDKRS K
B 1869 2481 C
nvesisa R |Res] |29 B (3% ] B S
2609 3319
| e T M o
2416 3043 bt L
hVPS13C 22‘%1)% vl B sl M ol B el M e 1 [ 1 F
3575 v 3 PI Y
=3 = = x
wesso [ 357 [ TR o [ TRa o [ il B <
g -\ R I
hvPS13A-R1 DIEVIK D LIABEMT LN 'S LEETHSY- - -~ -——- -1 ___1___ SPISDSFSVLN I BMAK SMVEK- - -
hVPS13A-R2 KKV TIIRISPV.Q I RINHF SVP LSV - - === === - oo mm oo YEGDTLLGTASPENEENIP - - -
hVPS13A-R3YIMHLWPPILLR LLPMIKIAN - - - - oo oo YIE‘GIENSVFTLE———
hVPS13A-R4 TVV.AEHSP IR MO - - - - - - - - — - s e e e dece o e o KADG I HRKH- - -
hVPS13A-R5 RIVTFTPF MIK ------------------------------ AEEGNDKWLS[ED- - -
hVPS13A-R6 DMHDGAATFLL | YNQSSLSEIEDSLP---
hVPS1SB—R1VEELVF B cBoloeTlMRE-------------- - GQVDTDEN[ILLA---
hVvPS13B-R2 KQ 11 CGRQII IICSY LSQSI ElLl- = == = - == m oo oo oo KVVQHM I GQ- - -
hVPS13B-R3 RM I 'VIESPLF IMRSHLPDP I I/l- - - - oo - oo HLEKRSLGLSETQIIPG- - -
hVPS13B-R4 LIL | EILLPWALL I N IDBWl- - - - - - - - - - FEGEKIVLQVPAGKI 11IP---
hVPS138-R5 QI 1Q/I EDKIRR I | NNBPYQ I FM- - - - - - - - - - - KPQLSVCNPHSGKEYERVP - - -
hVPS13B-R6 LIS EDP SPRV I I HNRCPVKML - - - = - - - = - o oo oo KENIKDIP---
hVPS13C-R1 Y/SILK DRAP EEVKNAVGVP I KV- - = = - === - oo oo oo oo o KPINCNLRVMGFPEKSDI[FDVD- - -
hVPS13C-R2 KV I TILRSP LQ I KN YKFVKNVKLLERIGIARPEEEFHVP - - -
hVPS13C-R3 Y I I HLY PSILTLRNL LPMSLRM- - - - - - - - - oo LLE‘rGTAETIELA———
hVPS13C-R4 MV.L S V. FISIP LI ————————————————————————————————— RSED I HVKH
hVPS13C-R5RIVTLTPFC (4 B[ 12y ——— GE1ASDGSMPTNKWNY[TA- - -
hVPS13C-R6 D EGSAPALIM ----------------------------- YKQSGSPEEMVILL---
hVPS13DR1 KRRQP FVP FALRNHIEGCTLWEAT LTTTPTRAALSHSGSPGVVP EGNGT FLDDTHNV S EWREVL- - -
hvPs13D-R2 KV IITVRISAL I VRN RLDSPSAPDKPVVILPA IM
hVPS13D-R3 HIE I YL LP VVIC YVKGMP I NGTILK- - -
hVPS13D-R4 LK I F/I SAPNMWL | NKFGLP LI F---------cmmmmm oo e oo RQDNAKTDAAGQFEEHELAR- - -
hVPS13D-R5 CMVIFAPR LLD --------------------- AQREFARGQGTANP EGY[IISL- - -
hVPS13D-R6 DIEDQILP PP ERIDNFISKVPVVIE- - - - - - oo mcmm oo mmmm oo TQHGVAEPR LRIBEVK- - -
70 . 110 . 120 130
hVPS13A-R1 NGESLSMD————IIRHKDND FNABTRILS SKLFFILLTPVN-«o oo mmioooo i HSTADKIPL
hVPS13A-R2 LGSYRSIF I ----FLKP EDENYMQMCEGIDFEE----------ocommm oo 1 1 KNDGA LL
hVPS13A-R3 EGH SAQIIC- - - -MAQLGKAR LHLKILLDY LN-- - - - oo oo m oo oo EDWKSEIHI
hVPS13A-R4 PPNYKKP V- - -~ LESFQPNHFFNNNKNMQLMVTD----- oo o mmm oo ELSNQF S/
hVPS13A-R5 LEQCIIPF- - - - - WP EMASSKILLIIQVER SEDPPKR IY - - oo ommmmmmm o ommm o= FNKQENC I |L
hVPS13A-R6 PIGK AV, FMT - - - -WADP VIGSRR - LKWRIERK SHGE- - -~~~ - - = - V. TQK DDMMM
hVPS13B-R1 S LHSHQ S----WRSHKSPQ--ILLHICI EGWGN- -~~~ - -~ - oo WRWSEPESV
hVPS138-R2 DIGQAM VR E- - - - HEDC L TAKQKILP - — — = = = = == = - o oo oo Y I LENNE[L
hVPS13B-R3 KIGQ EKPILQ- - - - NI EPDLVHE-LTIFQAREEYDP - - - - - - - o oomme oo DCAVPISH
hVPS138-R4 PNFQEAFQ 1/G 1 YWANBNTVHK SMAIKLVHNLT S - - - - - - o mmmmm oo o PKWKD- - - -
hVPS13B-R5 DSATIFSIICPGGEQPAMKS S S[L- P CWDILMPD 1 SQSVLDASLLQKQIMLGFSPAPGADSSQCWS LPA IV
hVPS13B-R6 PDCKTKDLIL
hVPS13C-R1 A MTEVANIPV
hVPS13C-R2 I|SWK EEILH-
hVPS13C-R3 ] KNWNGHFRI
hVPS13C-R4 PADFRDII-———LFSFKKKNIFIKNKVQLKIST ------------------------- iAWSSSFSL
hVPS13C-R6 SSECILPF- - - - - WP EfS|L SIGKILCVRVVGCEGSSKPFFooo oo oo NRQDNGTL
hVPS13C-R6 PRQAR LIFA- - - ~-WADP TIGTRK - LTWT¥AANVIGEHDLL- -~ -----mmm oo = = KDIGCGQFPY
hVPS13D-R1 TGE EP FE--- - FEARGK LRERMTHDLR I HQLQVRVN- -~ - --— - B--------- WEQVSPVSV
hVPS13D-R2 PGDSFAVP LHLTSWR/LQARPKGLGV FIFCKAP - - - = - - - - - - - oo oo I HWT NV VK -
hVPS13D-R3 P.GK EAALH- - - - [FADBSQN | E- LGV SLENFPLCKELL--=---==---= I PPGTQNYMV
hVPS13D-R4 SLSPLLFC----¥ADKEQPNLCHMR IGRGIHPEGM- - - - - oo - oo oo PGWCQGF S L
hVPS13D-R5 PGS SMV/FH- - - -WPRNDY DQL-LCVRILMDVPIN- = = = = = = -« o oo oo CIWS[GGFEV
hVPS13D-R6 PMT SILDMA - - - ~WDEP T LPP E- [l TILT- - - - - - - - o oo oo oo VKGAGSSIEN

Figure S3. Complete alignments of Vps13 DUF1162 repeats. (A) Alignment of the six S. cerevisiae DUF1162 repeats identified by HHrepID (Biegert and
Séding, 2008). (B) DUF1162 repeats identified by HHreplID in the four Homo sapiens VPS13 proteins. Dotted boxes indicate repeats lacking an otherwise
invariant asparagine residue. (C) WebLogo of the conserved N-terminal region of all 24 human DUF1162 repeats. (D) Alignment of the 24 H. sapiens DUF1162

repeats in VPS13A/B/C/D.
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