Supplementary Methods

Recombinant plasmid construction and plant transformation. A 3.5 kb of genomic DNA
fragment containing the AtSNX1 gene was amplified by PCR (Pyrobest, Takara) using
specific Gateway primers (for exact sequences, see Table below) and recombined in
pDONR207 (Invitrogen, Carlsbad, CA). This fragment was then subcloned in the pMDC107
vector for C-terminal GFP6 fusion®, and in the pGlInK::mRFP® vector for C-terminal mRFP
fusion. cDNAs corresponding to RABF1, RABF2b and TLG2a were amplified by RT-PCR
and recombined in pDONR207 (for primer sequences, see Table below). They were then
subcloned into pMDC43 for N-terminal GFPg fusion or into pMDCB83 for C-terminal GFPg
fusion. These constructs as well as ERD2-GFP and ST-GFP containing vectors were
introduced into Columbia accession or snx1-1 by the Agrobacterium-mediated floral dip
method’ and transformants were selectively grown on MS medium with kanamycin (50
pug/mL) for the pGlInK::mRFP or hygromycin (30 pug/mL) for other constructs. For each line,
plants with a unique T-DNA insertion were chosen for further experiments and at least ten

independent transformants were analyzed in segregating T2 populations.

Statistical analysis of results. P values indicated for measurement of root length, lateral root
density and gravitropic response were obtained using a two-sided Student’s test assuming
unequal variances. All calculations were performed using Microsoft® Excel 2003. All error

bars in graphs indicate standard errors of the means.



Primer sequences used in this study

Primer sequences Use

AttB1-ATAAAAGCAGAAAGTGAG

Gateway cloning of the At5g06140 locus and

AttB2-AGACAGAATAAGAAGCTTC

intergenic genomic DNA region

AttB1-TAATGGGATGTGCTTCTTCT

Gateway cloning of RABF1 cDNA

AttB2-ATGACGAAGGAGCAGGACG

AttB1-TAATGGCTGCAGCTGGAAAC

Gateway cloning of RABF2b cDNA

AttB2-CTAAGCACAACAAGATGAGCT

AttB1-TAATGGCGACGAGGAATCGTACGTTGCTG

Gateway cloning of TLG2a cDNA

AttB2-ACAAGAATATTTCCTTGAG

GCATCCGTATCTGTCAGTCTCCGTC

AtSNX1 Full length ¢cDNA amplification (RT-

GGGAAGAAGGGATCTCCAAGCATCCGCG

PCR)
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