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Supplemental figure 1. Co-transformation efficiency of two different genes from a
single T-DNA region. Tobacco leaf infiltration with an Agrobacterium strain harbouring
pRainbow yielding YFP-labelled plasma membrane (green) and RFP-labelled tonoplast
(red) on the same T-DNA. A) Low magnification image illustrating the high correlation
between the two fluorophors in a large number of cells. The scale bar represents 100
microns. B) High magnification image demonstrating red and green signals at the cell
periphery that are strictly correlated with respect to intensity. The scale bar represents
20 microns.
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Supplemental figure 2: Separation of plasma membrane from tonoplast. Tobacco
leaf epidermis cells were co-infiltrated with an Agrobacterium strain harbouring the
plasma membrane marker YFP-SYP121 (green) and another strain harbouring CBL6-
RFP (red). A) Low magnification image illustrating that both markers label the cell
periphery but CBL6-RFP labels additional transvacuolar strands and wraps around the
nucleus (white arrows), as opposed to YFP-SYP121, which does not label transvacuolar
strands and strictly leaves the nucleus inside the cell. The box in the Merged image
(right) is the magnified regions shown below. B) High magnification inset from panel A
(white box), illustrating clear separation of YFP-SYP121-labelled plasma membrane
from the CBL6-RFP-labelled tonoplast. The scale bars represent 20 microns in both A)
and B).
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Supplemental figure 3: Rab NI mutants do not impair constitutive secretion. (A)
Constant amounts (15 pg) of a-amylase encoding-plasmid were electroporated with
constant amounts (30 pug) of PAT, Rab11(NI), Rha1(NI), Ara6(NIl) or Rab7(NI) dual
expression vectors. None of the mutants affected the transport of the secretory cargo a -
amy. (B) An Agrobacterium strain harbouring a dual expression vector encoding GFP-
Vam3 and Rab7(NI) was co-infiltrated with a sec-RFP strain. Integrity of the secretory
route is maintained under conditions in which Rab7(NI) induces the formation of TGN-
PVC GFP-Vam3 clusters. No accumulation of sec-RFP in the clusters was observed and
normal apoplastic accumulation is evident when comparing with the bright-field image
(BF). Scale bar is 10 um.
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Supplemental figure 4.
Schematic drawings of recombinant genes used in this study

Single expression constructs

358 Amy-spo 3'nos Pimpl et al., 2003
358 Aleu-amy 3’nos This study

358 Amy-chi 3’'nos This study

358 Amy-BN2SA 3’nos This study

358 a-Amy 3’nos Phillipson et al., 2001
358 secRFP 3’nos This study

358 Aleu-RFP 3’nos Foresti etal., 2010
35S RFP-chi | 3'nos This study

358 GFP-Vam3 3’nos Foresti et al., 2006
358 CBL6-RFP 3’nos This study

358 aTIP-YFP 3’nos Hunter et al., 2007

Dual expression constructs  1his study

TR2’| ST-YFP or -RFP|  3’ocs 358 Effector or Motk | 3'nos

TR’ YFP-SYP61 3’'ocs 358 Effector or tMack | 3'nos
TR2’ RFP-VSR2 3’ocs 355 Effector or tock | 3’nos

TR?’|  Aleu-RFP 3’0cs 358 Effector or Mock | 3'N0S

TR2’ CBL6-RFP 3Focs 358 Effectar or Mock | 3'N0S
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Supplemental figure 5. Oligonucleotides used in this study

A) Primers to generate vacuolar cargo

Chitinase MtChis 8-GATCGGACTTCTTGTTGATACTATGTAAT-Z
MtChias 8- CTAGATTACATAGTAT CAACAAGAAGTC C-37

Br25A BM25As 8-GATCTCTCCAATCAGATGTCCAATGGGTGGATCTATTGCTGGTTTTTAAT-3”
EM2SAas 8- CTAGATTAAAAAC CAGCAATAGATC CACCCATTG GACATCTCATTG GAGA-S”

Arny Amys 5-CCAGCTTGGCTAGCGGGCAAGTCCTCTTTCAGGGCTTCAACTG-3
Fnosas S-ATAATTGCGGGACTCTAATCA- S

RFP- 3555 8-CCACTATCCTTCGCAAGA:S'

chitinase RFPchias 8- TTAGCCTCTAGAGTTACATAGTATCAACAAGAAGTCCGATCTCGGAACCT
TCTGCTCCGG-3

CELA CBLEs 5-TTTTGGGATCGATGATGATGCAATGTTTAGATGG-3

(Atdg1b350) | CBELDas 5'-CACATCCCGCTAGCTCCATCCAGCTCACTAGGAGTG-3'

B) cDNA cloning oligonucleotides

(At3g16100)

Rabb RabBs 8- TTGAGAAACCATGGCTCCGGTCTCGGCACTCGE-3
(At2g44610) RabBas - GTTGTTGTCTAGAAATCTAACAAGAGCATCCTC-Z

Rabd Rab8s 8- TCTGACCATGGCGGT TGCGCCGGLAAGAGE-3

(Atog03502) RabBas 8- CAATCAGGATCCTAAACGTAACTACAGCAAGCTG-Z

Rab11 Rab11s &-AGTGTAAC CATGG CGAGAAGAC CGGACGAAG-S

(At g09630) Rab11as 8-AACACAAACGGATC CTTTCAAGACGATGAGCAACAAGG-
Rha Rhals 8- TCAGTCAACCATGGCTAGCTCTGGAAACAAGAAC-Z”
(AtSgd5130) Rhalas&-CTCTTCAGTCTAGAATCTAAG CACAACAC GATGAACTC-Z
Arab Arabs 8 -GEGETAAG CCATGGGATGTGCTTCTTCTCTTCCAG-3
(At3g54340) Arabas 5-TGATTCAACTCTAGAATCAT GAC GAAGGAG CAGGACGAGG-3”
Rab? Rab7s 8- GGATCGCCATGGGTTCTTCTCGCCGGAGAGTTCTTC-3

Rab7as &-AAACTTTTTCTAGATTAGCATTCACACCCTGTTGA-3
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Supplemental figure 5: Oligonucleotides used in this study
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C) Mutagenesis oligonucleotides

RabB(MI)

RabB(M)s 8- TAGTCGTGCTTGTGEGAAT CAAAACTGATCTAGTGGA-3
Rabb(M)as 5 -TCCACTAGATCAGTTTTGATTCCCACAAG CACGACTA-3

Raba(NI)

RabSiMs 5 -CAAAATATTGGTTG GTATCAAAGCTGATATGGATG-3”
RabG(Mas 8- CATCCATATCAGCTTTGATACCAACCAATATTTT G-

Rab11(NI)

Rab11(Ml)s 5-ATGCTTCAGATCTGTCTTGATCC CAATCAACATGAT-Z
Fab11(M)as 8- ATCATGTTGATTGGGATCAAGACAGATCTGAAGCAT-3

Rha1(NI)

Rhal(Ms5-TGGCTCTTGCTGGAAT CARAGCTGATTTATT-Z
Rhal(Ml)as 5 -AATAAATCAGCTTTGATTCCAGCAAGAG CCA-S

AraB(NI)

AraB(M)s 58-TGGCTCTGGTTGGTATCAAAGCTGATCTACA-T
Arab(Mas 5-TGTAGATCAGCTTTGATAC CAAC CAGAGCCA-Z

Rab7(NI)

Rab?(Ms & -TTGTTGTGTTGGGGATCAAGACTGATGTTGA-F
Rab7(Mas 8- TCAACATCAGTCTTGATC CCCAACACAACAA-T

D) Primers to generate the dual expression vector

TR2 TRZ2EcoRIs&-GCCAGTGAATTCGAGCTCGGTACCCGGLCTGAATTTCGLCGG G-
TRETYas 8- CTTCAAGTTGGTAT GAATCATCGATTTGGTGTATC GAGATTGGTTATG-3'

ST-YFP TRETY s 8- CATAAC CAATCTC GATACACCALAATCGATGATTCATACCAACTTGAAG-S
STYas 5 -AGCAGGACTCTAGACTACTTGTACAGCTCGTC CATGCC-37

F'ocs

Jocsrbals 8 -CTGTACAAGTAGTCTAGAGTCCTGCTTTAATGAGATATGC-3
3 $as 8- TTGATGAGACCTGLTGCGTAGGAGCTTGCATGC CTGCAGGTCCT-3

o8]
o
£

30053555 5-AGGACCTGCAGGCATG CAAGCTCCTACGCAGCAGGTCTCATCAAS
amyas 5-GAAGTTGTACCACCCGCCATTGTGCTTCC-3






