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Validation

No statistical methods were used to predetermine sample size. Biochemical experiments were performed in triplicate on biologically
independent samples as per commonly accepted field standards and to enable statistical analysis (e.g. calculation of mean and SD).

No data were excluded.

All experiments were replicated at least three times. Attempts at replication were successful.

Not applicable. Experiments were performed comparing comparing strains/lines that were identical except for the specific experimental
treatment tested.

Not applicable. Experiments were performed comparing various treatments on otherwise comparable samples and as such it was necessary
for the researchers to be aware of the treatment applied (e.g. transformation/heat exposure/etc.). Appropriate cellular and biochemical
controls were included in each experimental replication and results reported are predominantly quantitative in nature.

mCherry monoclonal (Cat#M11217, RRID: AB_2536611), PGK1 monoclonal (Cat#459250, RRID:AB_2532235) and V5 monoclonal
(Cat#46-0705, RRID:AB_2556564) were obtained from Invitrogen. Hsp104 polyclonal (Cat#ab2924, RRID:AB_2041710), V5
monoclonal (Cat#ab27671, RRID:AB_471093), Hsf1 (Cat#ab52757, RRID:AB_880518), and Hsf1 Phosphor S326 (Cat#ab76076,
RRID:AB_1310328) were obtained from Abcam. Hsp70/72 monoclonal (Cat#ADI-SPA-810, RRID:AB_10616513), Hsp70B monoclonal
(Cat#ADI-SPA-754, RRID:AB_10615942) and Hsp27 polyclonal (Cat#ADI-SPA-803, RRID:AB_10615084) were obtained from Enzo Life
Sciences. Sis1 was obtained from Cosmo Bio (Cat#COP-080051, RRID:AB_10709957). HA high affinity was obtained from Roche
(Cat#11867423001, RRID:AB_390918). GAPDH monoclonal was obtained from Fitzgerald (Cat#10R-G109A, RRID:AB_880518). Hsp26
antibody was provided by Johannes Buchner (Technische Universitaet Muenchen), Ssa1/2 and Ydj1 antibodies were provided by
Elizabeth Craig (University of Wisconsin-Madison) and DnaJB6 antibody was provided by Ineke Braakman (Utrecht University). Anti-
Rat (Cat#A9037, RRID:AB_258429), Anti-Rabbit (Cat#9169, RRID:AB_258434, and Anti-Mouse (Cat#A4416, RRID:AB_258167) IgG
(whole molecule)-peroxidase secondary antibodies produced in goat were obtained from Sigma-Aldrich.

All antibodies have been previously used for the application and species described here. mCherry has been validated for Western
blotting of recombinant protein (https://assets.thermofisher.com/TFS-Assets/LSG/manuals/mCherry_rat_monoclonal_ab_man.pdf),
PGK has been validated for Western blotting in yeast (https://www.thermofisher.com/order/genome-database/dataSheetPdf?
producttype=antibody&productsubtype=antibody_primary&productId=459250&version=123), V5 has been validated for Western
blotting of recombinant protein (https://www.thermofisher.com/order/genome-database/dataSheetPdf?
producttype=antibody&productsubtype=antibody_primary&productId=R960-25&version=123 and https://www.abcam.com/v5-tag-
antibody-sv5-pk1-ab27671.html), Hsp104 has been validated for Western blotting in yeast (https://www.abcam.com/hsp104-
antibody-ab2924.html), Hsf1 has been validated for Western blotting in human cells (https://www.abcam.com/hsf1-antibody-
ep1710y-chip-grade-ab52757.html), Phospho-Hsf1 has been validated for Western blotting in human cells (https://www.abcam.com/




