Supporting Information
Material and Methods:
The plasma membrane of transformed protoplasts was visualized with the membrane selective amphiphilic styryl dye FM4-64 by adding a
2000x stock solution (aqueous 16.4 mM SynaptoRed C2, Biotium, Germany) to the sterile protoplast incubation media (Gamborg’s B5 basal
salts, 0.34 M glucose, 0.34 M mannitol, pH 5.5) 30 min before observation with the confocal laser scanning microscope (CLSM) (TCS-SP2
Leica, Germany). Excitation wavelengths were 488 nm (argon laser) for GFP and FM4-64. Emissions were detected between 500-535 nm
for GFP and 610-680 nm for FM4-64. Images were taken with a long distance 63x water-immersion objective. Pictures were prepared for

publication with the Leica LAS AF Lite, ImageJ and Paint Shop Pro 5 software.
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Supplemental Figure S1. Single scans through transformed protoplasts

A) Protoplast transformed with the empty BiFC vectors pSPYNE and pSPYCE which occasionally and spontaneously interact in the
cytoplasm. The left image shows the GFP emission, in the middle is the transmission image of the same protoplast and on the right the
overlay between the GFP and transmission image. B) Protoplasts transformed with AtVPS2.2-GFP and stained with FM4-64. The orange-

yellow speckles are AtVPS2.2-GFP labelled compartments that co-localized with the plasma membrane.



Supplemental Table S1 AtVPS2.2-GFP interacting proteins identified in the three independent the pull down screens.

Proteins are sorted by abundance of identified peptides. Indicated are the AGI and accession numbers, molecular weight, number of unique

peptides, number of assigned peptides and sequence coverage.
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¥ |ldentified Proteinz [54) Number ‘weight | Ambiguity | peptides | peptides | coverage | peptides | spectra [coverage | value |peptides | spectra |coverage | walue | peptides | spectra | coverage | value| peptides | spectra |coverage | value
1 | alycosyl hydrolase family 1 protein [4) il 15219623 | 60kDa | WaHR 12 41 2504 B 120 264 103 12 a7 224 47 3 21 T8 32 ] 38 237 a7
2 |PYRI0[phosphate stawation-respor gil 15232626 (| 60kDa | WAHR T 23 5% 3 m 204 156 & 34 163 il 3 23 12 B £ 34 5% I
3 |PBP1PYEI0-BINDING PROTEMN 1[4 gil 15228138 | 32k0a | WAHR 2 2 5.0 6 T2 Tau £2 12 41 S 41 17 56 42 84 Ji g2 42 3
4 |jacalin lectin family protein [Arabidop; gil 15226218 | 72k0a | WAHR il 23 200 13 123 2T 106 il 24 184 24 1] 8 4% 27 15 22 24, 33
5 |beta-glucosidase (PSR3.2) [Arabide gil 1521360511 G0kDa | WAHR 8 13 6% 3 5 204 133 g 34 163 T4 7 4 4 48 g 13 5% T4
B |jacalin lectin family protein [rabidop; gil 15225232 | 43k0a | WAHR 21 T2 463 12 28 314 24 3 13 2004 13 8 3 214 4 4 2 J1FA 8
T |AOLT(ARABIDOPSIS CNAMIN-LIKE gil 30633355 | 68k0a | WAHR 8 22 23 i 10 19% 3 17 27 284 27 i i I 1 20 28 33 42
& |ADL3[ARABIDOPSIS OvMAMIN-LIKI il 15218537 | 100kDa | WAHR i 1] I i 4 3.0 T 28 53 kLA =3 i i I 1 12 1 13 24
3 | 2w [Arabidopsis thalianal, gl 33739 gil 19406223 | 45k0a | WAHR 0 23 224 7 25 197 22 T 8 163 18 3 12 4 8 3 i T.3% il
10 |meprin and TRAF homalagy domain-| gil 13421006 | 40kDa | WAHR 4 5 0% 13 35 284 30 10 23 234 23 2 £ 13 3 il 7 227, 26
1| dunamin, putative [Arabidopsis thalia 921537304 | 63k0a | WaHR i 12 214 3 3 5,7 3 18 13 2T 13 i i I 1 13 15 20, 23
12| clathrin heavy chain, putative [Arabiq gil 42563757 | 193402 | WAHR i 1] I 20 21 124 18 18 23 it 23 i i I 1 £ 7 4.4 1
13 _|elongation factar 1-alpha [Arabidops| gl 07412000 43k0a | WAHR 4 B 364 2 i 5,14 21 4 13 8.3 23 2 2 5.3 g 2 3 A g
14 [JR1iJacalin bectin bamily protein) [Aral gil 30634083 | 48k0a | WAHR 7 33 264 1 14 243 12 3 3 AR 3 3 4 0% £ 2 3 T 2
15 |GAPC-2; gluceraldehyde-3-phosph gil 19222845 | 37k0a | WAHR 0 1] 0 7 3 243 i 3 13 334 13 0 0 0 1 5 £ =¥ 3
16 |jacalinlectin family protein [Arabidop) il 19225065 | S0k0a | WAHR 15 3= 22 7 G 6% T G i 3% G 2 2 1.5 3 2 3 i 3
17 _|jacalinlectinfamily protein [Arabidop] gil 15239241 | 453k0a | WAHR 13 3 41 i i 5% T 5 i 10 £ i i 0 1 0 i i 1
18 |myrosinase-associated protein, puty gil 192210713 (4 43kDa | WAHR 3 16 277 i 24 162 21 i i I 1 2 3 0.3 5 0 i i 1
13 | AACTADPIATR CARRIER 1) ATP:AD gil 19231937 | $1kDa | WAHR 2 10 143 8 14 8% 12 3 3 134 3 0 0 0 1 0 0 0 1
20 |putative phragmeplastin[8rabidopsig gil 110737583] 33k0a | WAHR i ] 1] 3 5 747 3 13 26 167 53 i i 1] 1 5 T B, 5% 23
21 |WPSZ 2 [Arabidopsis thalianal, gil 224 gl 15241525 | 24kDa | WAHR 4 5 183 i 1] 0 1 T 16 3 16 i i 0 1 3 i 20 g
22 |ACTIZ [ACTIN-12); structural constitd gil 19231447 42k0a | WAHR 2 3 5.3 2 2 5.6 2 3 3 8,87 3 3 3 1 3 4 12 13 18
23 | T4012.15 [Arabidapsis thaliana] g8l | 1MkDa | WAHR 0 1] 0 2 2 20 2 1] 0 1] 1 0 0 0 1 0 0 0 1
24 | serinefthreonine protein kinase, putal gil19226432(| 40kDa | WaHR 0 0 0 2 ) 224 22 2 B 224 1 0 0 0 1 0 0 0 1
23| porin, putative [Arabidopsis thaliana]| g 15232074 | 23kDa | WA&HR il 14 23 3 T 17 G 2 3 34 3 i i I 1 I i i 1
26 |jacalinlectinfamily protein [Arabidop] il 15228216 (1 32k0a | WAHR 5 £ 23 7 13 234 il 2 2 11 2 0 0 0 1 3 4 J1FA i
21 | WPS46. 2 [Arabidopsis thalianal, gil 5y al 18410243 | 23kDa | WAHR T 14 30 0 1] 0 1 b i 264 il 0 0 0 1 3 3 3% 2
28 | meprin and TRAF hamalagy domain-| il 13421003 | 33k0a | WAHR 7 10 133 2 B 14 3 2 Z .05 5 0 0 0 1 0 0 0 1
23 |HSCT0-1(heat shack cognate TOKD| gil1924154311 TkDa | WAHR i 1] I i 0 I 1 fi 3 %A 10 3 3 5.8 G T 0 12 17
30 |porin, putative [Arabidopsis thaliana]| gil 15240765 | 30kDa | WAHR 3 1B 22 i 3 1P i i 0 0 1 0 0 0 1 0 0 0 1
3 |PLOALPHAT(PHOSPHOLIPASE D A qil19232671 | 32k0a | WAHR 0 1] 0 2 3 2.7 3 3 4 384 4 3 3 A 3 T n 124 13
32 |Belongs tathe PFIO0EST Lipasetboy gild5875d2 | 48kDa | WAHR 4 5 13% 2 il 199 3 1] 0 1] 1 0 0 0 1 0 0 0 1
33 | SH3 domain-containing protein 1(3H gil 19221714 | 43kDa | WAHR 7 3 195 2 3 5,7 3 1] 0 1] 1 0 0 0 1 2 4 4.6 g
34 |STATISTARIK 1) ATPase, coupledtq gil15237155 () 80kDa | WAHR 0 1] 0 0 1] 0 1 1] 0 1] 1 0 0 0 1 2 5 1.5% 8
35 |jacalinlectinfamily protein [Arabidop) gil 15228133 | 32k0a | WAHR i i] 0 3 i 123 A 3 3 9.8% 27 2 2 3.0 33 3 3 B4 53
36 |OEAD box RMA helicase, putative [8r g 15227921(] G5kDa | WAHR 2 2 3.3% 0 1] 0 1 4 T 13 T 0 0 0 1 0 0 0 1
37| SNFT.1[8rabidopsis thalianal, gil 145] ai 15233464 (| 24 kDa 0 1] 0 0 1] 0 1 1] 0 1] 1 0 0 0 1 3 4 |7 5
38 |putative polyubiquitin [Arabidopsis th gil 264364851 25kDa | WaHR ] 1] 0 ] 1] 0 1 1] ] 1] 1 ] 0 0 1 3 i 1437 12
39 |porin, putative ! voltage-dependent 4 gil15242210 | 23k0a | WAHR 5 T 183 3 4 12 5 2 2 3.1 2 0 0 0 1 0 0 0 1
40 |ATGRPE/IGR-REFS (COLD, CIRCAD| gil13235002 | 17k0a | WAHR 0 1] 0 2 Z 13% Z 3 3 200 3 2 2 214 3 2 3 13 3




| WPSZ1 [Arabidopsis thalianal, gil 754 gil 16336352 (| 25kDa | WaHR 2 3 A 0 1] 0 1 0 1] 0 1 0 0 0 1 2 2 Tl 3
42 |GOS12 (GOLGISNARE 12), SMARE b gi15225431 | 26k0a | WaHR 0 0 0 3 4 214 3 2 3 4% 2 0 0 0 1 0 1] 0 1
43 |MEES [maternal effect embryo arest{ gl 15221423 | 110kDa | WaHR i} 0 i} i} 0 0 1 5 5 5.9 5 0 i} 0 1 i} 1] i} 1
d4d 1405 ibozamal pratein 314 [(RPS144) | 9152275558 | 6kDa | WAHR 0 0 0 2 2 6% 2 3 = 234 3 0 0 0 1 0 1] 0 1
45 |FIB1(FIBRILLARIN 1) [&rabidapsis tha gil 30636183 (] 33k0a | WAHR 0 0 0 0 1] 0 1 3 3 J1FA 3 0 0 0 1 0 1] 0 1
46 | 605 ibosamal protein L10 (RRL10A) | gl 30683726 | 25k0a | WAHR 0 0 0 0 1] 0 1 5 T 24 T 0 0 0 1 0 1] 0 1
47 |HI54 [Histane Hd) [Arabidopsis thalis( gl 15226944 | 11kDa i 0 i i 1] 0 1 2 2 21 2 4 5 384 g i I i 1
45 | ADLAOLP2IORFIEEDRS (CYNAML gi18d 1152004 7O0kDa | WAHR 0 0 0 0 1] 0 1 4 4 B4 T 0 0 0 1 2 2 Bk B
49 | meprin and TRAF homology domain-| gl 15231117 | 43k0a | WAHR 3 5 334 3 5 3.3 4 I 1] i 1 I i I 1 i 0 i 1
a0 [ATHUC-LIPARLTPARALLEL 1) nuy qil 15222003 | 53kDa | WAHR 0 0 0 2 2 4.1+ 2 3 3 £S5 3 0 0 0 1 0 1] 0 1
51 |EME1S07 (EMERYO DEFECTIVE 1504 gil 15215086 | 247kDa | WAHR 0 0 0 0 1] 0 1 4 g 234 4 0 0 0 1 0 1] 0 1
52 |luminal binding protein (BiF) [Arabida| g 1303635 (+| 73k0a | WaHR 0 0 0 4 4 f.6 3 3 3 4,34 3 0 0 0 1 0 1] 0 1
53 |RPSE (RIBOSOMAL PROTEIN SE), =0 gil 15236042 | 28k0a 0 0 0 0 1] 0 1 4 4 20 4 0 0 0 1 2 3 JI%d 5
54 |GLUC [Beta-guzosidase homaleg) | gl152285597 | E0kOa | WAHR 4 4 34 0 1] 0 1 0 1] 0 1 2 2 454 3 0 1] 0 1
55 |Hupathetical pratein [Arabidopsis the gl 3665102 | 82k0a | WAHR 0 0 0 2 2 334 2 0 1] 0 1 0 0 0 1 3 4 5.6 £
56 |meprin and TRAF homology domain-| gil 184025533 | 43k0a | WAHR i 0 i 2 4 55 3 0 i] i 1 0 i 0 1 i i] i 1
57 |fructose-bisphosphate aldolase, put| gl 15231715 | 33kDa | WaHR i] 0 i] i] ] 0 1 2 3 T3 3 0 i] 0 1 2 2 T3 3
58 | WPS46.1[Arabidapsis thalianal, qil 2| gil 15220813 (1 23k0s | WAHR g 4 17 0 1] 0 1 2 2 124 4 0 0 0 1 0 1] 0 1
53 | 603 ribosomal protein L15 (RPLIGC)[| il 15241061 | 21kDa 0 0 0 0 1] 0 1 2 4 124 4 0 0 0 1 0 1] 0 1
G0 |POCS (PYRUVATE DECAREORYLAY gi15240352 | BdkOa | WAHR il I 0 2 2 34 Z 0 0 il 1 0 i 0 1 0 1] il 1
£1 |'wD-d0 repeat family protein [Arabide gl 30635504 | 120k0a | WAHR 0 0 0 0 1] 0 1 2 2 194 2 0 0 0 1 0 1] 0 1
B2 |PIPTE [plasma membrane intrinsic prd gil 195331417 | 32k0a | WAHR 0 0 0 0 0 0 1 Z 2 B.3% 2 0 0 0 1 0 0 0 1
B3 |nuclear transport Factor 2 (NTF2) fam| gl 306974521 43kDa | WaHR i] 0 i] i] 0 0 1 2 2 5.0 2 0 i] 0 1 i] 0 i] 1
Ed | clathrin heawy chain, putative [rabiq gl 30681617 | 193k0a | WAaHR i 0 i 2 2 19 13 Z 2 154 23 0 i 0 1 i I i 1
65 | 603 ibosamal pratein L22-2 (RPLZZ| g 15230005 | 4kDa | WAHR 0 0 0 0 I} 0 1 2 2 20 2 2 2 2004 3 0 I] 0 1
BE | nuclear BNA-binding protein, putativ| gl 145334757 32k0Da | WaHR i} 0 i} i} 0 0 1 Z 2 3,0 2 0 i} 0 1 i} 1] i} 1
BT |s-adenosylmethionine synthetase lik| gl 10740085) 43kDa | WAHR 0 0 0 2 2 B.4% 2 2 2 4% 2 0 0 0 1 0 0 0 1
G5 |PIP3IPLASMA MEMERANE INTRINS| gi 15236267 1| 30kDa 0 0 0 2 2 114 2 2 2 1k 2 0 0 0 1 0 1] 0 1
63 | AHATARABIDOPSIS H+ ATPASE 1);| gil15224264 (| 104kDa | WAHR 0 0 0 0 1] 0 1 3 3 3.0 3 0 0 0 1 0 1] 0 1
70 |ribozomal protein L3, putative [Arabiq gl 21554345 | 22k0a | WAHR i] 0 i] 2 2 A Z 0 i i] 1 0 i] 0 1 i] 1] i] 1
1 | mRPN1aiRPNIA (265 proteasome ref gil 16333333 | 36kDa 0 0 0 0 1] 0 1 Z é 284 2 0 0 0 1 0 1] 0 1
T2 |ACTE[ACTIM 8); structural constituer gl 152220751 42k0a | WAHR 0 0 0 2 2 6.1+ 3 0 1] 0 1 0 0 0 1 0 1] 0 1
T3 |Eukaryatic initiation bactor 44, putativ gl 21555870 | 47kDa | WaHR i} 0 i} i} 0 0 1 0 0 i} 1 0 i} 0 1 2 2 0.8% 3
T4 |ubiguinol-cytochrome Creductase of gil 15236511 | 15kDa i 0 i i i 0 1 0 i i 1 2 2 10 3 i ] i 1
T3 | 5US2 (AENORMAL SUSPENSOR 2] | gil 15220043 (] 275kDa | WaHR 0 0 0 0 1] 0 1 3 3 1.4 3 0 0 0 1 0 1] 0 1
76 |AT39530300F8.J2_200 [Arabidapsis 1 gl 15010662 (1 S3k0s | WAHR 0 0 0 3 3 8.5 3 0 1] 0 1 0 0 0 1 0 1] 0 1
17 [H3PTOB (heat shook protein T0B); A qi13213103 | T1k0a | WAHA 0 0 0 0 1] 0 1 0 1] 0 1 0 0 0 1 2 3 4,37 £
T8 |ATMLP-300B [MYROSIMASE-EINDI gl 15228214 | 32kDa | Wa&HR i I i 2 2 5.0 2 I 1] i 1 I i I 1 i 0 i 1
T3 | porin, putative [Arabidapsis thalianall gl 15242146 | 30kDa | WAaHR i 0 i 2 2 17 Z 0 i i 1 0 i 0 1 i I i 1
50 | U282 small nuclear ibonuclecpro gil 15216274 (1 25k0a 0 0 0 2 Z 8,07 Z 0 i 0 1 0 0 0 1 0 0 0 1
51 [uracil phosphoribosylransferase, pul gl 15232105 | 54kDa | WAHR i] 0 i] 2 2 394 Z 0 i i] 1 0 i] 0 1 i] 1] i] 1
52 |PAB4 (POLY(4)BINDING PROTEIN ) qil 15227815 72kO0a | WaHR 0 0 0 0 1] 0 1 2 2 364 2 0 0 0 1 0 1] 0 1
43 |BZ02H3 (ARABIDOPSIS THALIAMA | 9306913731 34kDa 2 3 17 0 1] 0 1 0 1] 0 1 0 0 0 1 0 1] 0 1
8d |putative acetyl-cod dehydrogenasze| gl 110733702| 32kDa | WAHR i} 0 i} i} 0 0 1 0 0 i} 1 0 i} 0 1 2 2 3,07 3
Hits with one specific peptide support

85 [F-boxFEDILRR-repeat pratein gil 22326334 |45g2 2610 no Sdk0a | WAHR il 2

6 |HTAE; DNA binding [Arabidapsis thall gil 15235543 J5g33570 no BkDa | WAHR 2 i

47 |HOG1(HOMOLOGY-DEPEMDENT Gl gil 15236 376 ([Ard 13340 53k0a | WAHR 2 2%

88 | dynamin-like protein B (OL1B] [Arabid gil 30695480 3B TrEC Y G5kDa | WaHR 5 17

43 | WP360.1[Arabidapsis thaliana] Q2322781 (43910540 25kDa | WAHR 2 o




Supplemental Table S2 Overview of the primer pairs used for cloning of the AtVPS2.2-GFP

construct and the Y2H and BiFC interaction analyses.

Primer name
5g44560-5Bam

5944560-3Bam
5944560 _GFP_Sacl-pm
5944560 _GFP_Ncol_R
At5g44560_Y2HR
At5g44560 Y2HF
At5g22950_Y2HR
At5g22950_Y2HF
At2g06530_Y2HR
At29g06530_Y2HF
At1g03950_Y2HR
At1g03950_Y2HF
Atlgl7730_Y2HR
Atlg17330_Y2HF
Atlg73030_Y2HR
Atlg73030_Y2HF
At3g45000_Y2HR
At3g45000_Y2HF
At5g09260_ Y2HR
At5g09260_ Y2HF
At3g10640_Y2HR
At39g10640_Y2HF
At5g63880_Y2HR
At5g63880_Y2HF
At4g29160_Y2HR
At4g29160_Y2HF
At2g19830_Y2HR
At2g19830_Y2HF
At5g04850_Y2HR
At5g04850_Y2HF
5944560 _BamHI_15_start
5g44560_ Xmal_15 end
1973030_BamHI_15_start
1g73030_Xmal_15 end
1917730_BamHI_15 start
1917730 _Xmal_15 end
4929160 BamHI_15 start
4929160_Sall_15 end

Primer sequence
5"-AAGGATCCAAAGTGCTAGCCATCTAC

5-CTGGATCCACGTATTGTGTTTGCATGAC
5-TAGTTGAGCTCCGTTCTGTAATATTCG
5-TATTCCATG GATCGTCGTAGCGAAGCCA
5-CAGGATCCTCAGATTCGTCGTAGCGA
5-CAGAATTCATGAACATTTTCGAGAAGAAG
5-GAGGATCCTTAGGATCTAACTTTAGCGAG
5-CACATATGGAGAGAGTGATGAACATC
5-GACCCGGGTCACATTTTTCTAAGGTTATCC

5 -GACATATGATGAATTCAATCTTCGGAA
5-TCGAATTCCTATCTAAGCGCCGCCAA
5-CAGAATTCATGAACATCTTCACTAAGAAAC
5-CTGGATCCTTAACCTCTGGCTTTAAGCT
5-TCGAATTCATGGGTAATACAGATAAGCTG
5-TAGGATCCTTATCCTCTGGCTTTAAGCT
5-GAGAATTCATGGGTAACACAGATAAGC
5-GAGGATCCCTATGATCTAACATTGGCTAG

5 -CTCATATGACTATTAAAAGTTTGCTTTCAG
5-CACCCGGGTTCAAGCTTCCAAAGGTTCTTC
5-GACATATGGGGAATTTATTCGTGAAG
5-CTGGATCCTTAACCCCGGAGAGAAGCT
5-TAGAATTCATGAGGAGAGTTTTCGGCGCGA
5-CTGGATCCTCAAGCCGGCAAACCTTC
5-CAGAATTCATGGGGAATTTGTCGTGAAG
5-TAGGATCCTTAGAGGGCCATCTC
5-TAGAATTCATGATGAATCGGCTATTCGA
5-GAGGATCCTTAGAGAGCCATCTCAGCT
5-CTCATATGTTTATGAATCGGCTATTCGGGA
5-CAGGATCCTTAGCCCCGAAGTGATGCA
5-CAGAATTCATGAAGAGAATCTTTGGAGCGA
5-CGCCACTAGTGGATCCATGAACATTTTCGAGAAG
5-ATGGGTACATCCCGGGGATTCGTCGTAGCGAAGC
5-CGCCACTAGTGGATCCATGGGTAACACAGATAAGC
5-ATGGGTACATCCCGGGTCCTCTGGCTTTAAGCTC
5-CGCCACTAGTGGATCCATGGGTAATACAGATAAGCTG
5-ATGGGTACATCCCGGGACCTCTGGCTTTAAGCTCG
5-CGCCACTAGTGGATCCATGATGAATCGGCTATTC
5-TACCCTCGAGGTCGACGAGGGCGATCTCAGCCT



