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Supplementary Figure 1. Yeast cell survival data used to calculate thermotolerance
Methylene blue staining was used to measure cell survival when yeast cultures were subjected to
heat stress alone (dark grey), conditioning then heat stress (light grey) or EV addition then heat
stress (red). Panel labels indicate Figures showing related thermotolerance data. Means + S.E.M.
are indicated. Survival was > 95% when cells were untreated (no stress) or subjected to
conditioning alone (data not shown).
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Supplementary Figure 2. A single conditioning treatment is sufficient for thermotolerance
(A) Methylene blue staining was used to measure cell survival when wild type yeast cultures
were subjected to conditioning (42°C for minutes followed by 30 minutes recovery at 30°C) up
to 5 consecutive times prior to challenging them with heat stress. No conditioning (0) is shown
as a negative control. Mean = S.E.M. shown are from 4 biological replicates. (B) Methylene blue
staining was used to measure cell survival when wild type yeast cultures were subjected to 42°C
for 30 minutes followed by recovery at 30°C for 0, 30, 60, 90 or 120 minutes prior to heat stress.
Heat stress alone (no pretreatment) is shown a negative control. Mean + S.E.M. shown are from
2 biological replicates. A single treatment of 42°C for 30 minutes then 30 minutes recovery at
30°C was used as a standard to condition cells in all other thermotolerance experiments
conducted.
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Supplementary Figure 3. Protein class and cell location of proteins identified in EV samples
Results from gene ontology analysis of 266 proteins identified in EV samples collected from
conditioned wild type cells. Only categories with at least one protein are shown for protein class
(top) and cell location (bottom). Unclassified proteins are not shown. Categories shown in red
include the Hsp70 ortholog Ssa2. Protein identities are shown in Supplementary Data.

Logan et al., Supplementary Information, Page 3 of 5



Pathways (139 entries)

Glycolysis (P00024) —

De novo purine biosynthesis (P02738)—

Huntington disease (P00029) —

Pentose phosphate pathway (P02762) —

Parkinson disease (P00049) —IEG_G_—_

Apoptosis signaling pathway (P00006) —

Integrin signalling pathway (P00034)—

Ubiquitin proteasome pathway (PO0060)—

Threonine biosynthesis (P02781) —

Cytoskeletal regulation by Rho GTPase (P00016)—

De novo pyrimidine ribonucleotides biosythesis (P02740) -
EGF receptor signaling pathway (P00018) —

Histidine biosynthesis (P02747) —

Cholesterol biosynthesis (P00014) —

Serine glycine biosynthesis (P02776)—

De novo pyrimidine deoxyribonucleotide biosynthesis (P02739) —
Hypoxia response via HIF activation (P00030) —

Asparagine and aspartate biosynthesis (P02730) —

Vitamin B6 metabolism (P02787) —

FGF signaling pathway (P00021)—

TGF-beta signaling pathway (P00052) -

Methionine biosynthesis (P02753) —

Mannose metabolism (P02752) -

Lysine biosynthesis (P02751) -

Oxidative stress response (P00046) —

Nicotinic acetylcholine receptor signaling pathway (P00044)—
Glutamine glutamate conversion (P02745) —

Fructose galactose metabolism (P02744)—

Salvage pyrimidine ribonucleotides (P02775)

Alzheimer disease-presenilin pathway (P00004) —

Proline biosynthesis (P02768) —

5-Hydroxytryptamine degredation (P04372)—

Chorismate biosynthesis (P02734)—

Inflammation mediated by chemokine and cytokine signaling pathway (P00031) —
Heterotrimeric G-protein signaling pathway-rod outer segment phototransduction (P00028) —
pS3 pathway (P00059)

Arginine biosynthesis (P02728) -

Pyridoxal-5-phosphate biosynthesis (P02759)—
Heterotrimeric G-protein signaling pathway-Gi alpha and Gs alpha mediated pathway (P00026)—
Whnt signaling pathway (P00057) —

Toll receptor signaling pathway (P00054) —

Adenine and hypoxanthine salvage pathway (P02723) —

T cell activation (P0O0053) —

Valine biosynthesis (P02785)—

ATP synthesis (P02721)—

Tryptophan biosynthesis (P02783) —

Thiamin metabolism (P02780) —

Isoleucine biosynthesis (P02748) —

Cadherin signaling pathway (P00012)—

Muscarinic acetylcholine receptor 2 and 4 signaling pathway (P00043) —
Formyltetrahydrofolate biosynthesis (P02743) -

B cell activation (P00010) -

Muscarinic acetylcholine receptor 1 and 3 signaling pathway (P00042) —
Tetrahydrofolate biosynthesis (P02742) —

Salvage pyrimidine deoxyribonucleotides (P02774) —
S-adenosylmethionine biosynthesis (P02773)—

Flavin biosynthesis (P02741) —

Metabotropic glutamate receptor group Il pathway (P00040)—
Pyruvate metabolism (P02772)—

Pyrimidine Metabolism (P02771)—

rrrrrrrrrrrrrrr]
0 5 10 15
Number of proteins
Supplementary Figure 4. Pathways of proteins identified in EV samples
Results from gene ontology analysis of 266 proteins identified in EV samples collected from
conditioned wild type cells. Only categories with at least one protein are shown. Unclassified
proteins are not shown. Categories shown in red include the Hsp70 ortholog Ssa2. Protein

identities are shown in Supplementary Data.

Logan et al., Supplementary Information, Page 4 of 5



Supplementary Data. Proteomics data and gene ontology analysis

The attached spreadsheet includes names and descriptions of the 266 proteins identified in EV
samples collected by ultracentrifugation from conditioned wild type S. cerevisiae (2 biological
replicates are shown). Results from gene ontology analysis by PANTHER 18.0 are included.
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