Supplementary Experimental Procedures
Strains, plasmids and reagents

Strains and plasmids used in this paper are summarized in S1 Table and S2 Table, respectively.  All chemical reagents were purchased from Fisher Scientific (NJ, USA), unless otherwise noted.  Media components except for amino acids were purchased from US Biological (MA, USA).  Amino Acids, 2-nitrophenyl β-D-galactopyranoside, tunicamycin, and protease inhibitors were purchased from Sigma-Aldrich (St. Louis, MO).  ProtoGel for western blots was purchased from National Diagnostics (GA, USA). Glass beads were purchased from BioSpec Products (Bartlesville, OK).  Restriction enzymes and buffers were purchased from New England Biolabs (MA, USA).  Dithiothreitol (DTT) was purchased from Invitrogen (Carlsbad, CA).  FM4-64 and yeast vacuole marker sampler kit were purchased from Molecular Probes (Eugene, OR).  Antibodies used in this study include mouse monoclonal anti-GFP (Roche Applied Science, Mannheim, Germany), mouse monoclonal anti-HA (Covance, WI, USA), anti-G6PDH (Sigma-Aldrich, MO, USA), goat anti-rabbit-HRP and goat anti-mouse-HRP (GE Healthcare, UK), affinity-purified rabbit anti-Hmg1 (a gift from R. Wright), anti-Snc1 (a gift from J. Gerst) and anti-Kar2 (a gift from M. Rose).

Plasmid and strain construction

Plasmids:  To construct the plasmid for overexpression of yEGFP-tagged Snq2, first VF2 in p415-VF2 (Paquin et al, 2007) was replaced by yEGFP using BspEI and XhoI sites creating pNS1492.  Then SNQ2 ORF lacking the stop codon was cloned into the resulting plasmid using XbaI and BamHI sites generating pNS1496.  Finally, the fragment containing ADH1 promoter, SNQ2-yEGFP and CYC1 terminator was subcloned into pRS425 using BssHII sites resulting in pNS1507.  To construct the plasmid for overexpression of yDsRed-tagged Snc1-PEM, in vitro synthesized yeast codon optimized monomeric DsRed (Clontech Laboratories, Inc., Mountain View, CA) was cloned in p416-VF1 Paquin et al., 2007


( ADDIN EN.CITE )
 replacing VF1 using XbaI and BspEI sites and generating pNS1509.  Then SNC1-PEM was cloned into BspEI and BamHI sites resulting in pNS1511.  Finally, DNA fragment containing ADH1 promoter, yDsRed-SNC1-PEM and CYC1 terminator was subcloned into pRS426 using SacI and KpnI sites and creating pNS1513.  To generate pNS1506, first yEGFP in pKT127 was replaced by mCherry using PacI and BssHII sites and generating pNS1505.  Then KanMX4 was replaced by NatMX4 using BglII and SacI sites resulting in pNS1506.
Yeast strains: Hmg1, Sec61, Sec12 and Sec13 were tagged on the COOH-termini according to the standard technique 
 ADDIN EN.CITE 
(Longtine et al., 1998; Wach et al., 1997)
.  Deletions were done as described elsewhere 
 ADDIN EN.CITE 
(Baudin et al., 1993; Wach et al., 1994)
.   Transformations into yeast were performed by the lithium acetate method Ito et al., 1983()
.
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