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Extended Data Fig. 1: Rer1 and the Dsc complex preserve cellular proteostasis

a Scatter plots showing the correlation of transposon (#n) insertions per gene between SATAY libraries: (left)
tulIA and WT control libraries, with outliers highlighted in red; (middle) ubx3A and WT control libraries, with
outliers highlighted in blue; and (right) ubx3A (x-axis) and full A (y-axis) libraries, with outliers shared between
both deletion libraries highlighted in pink. Correlation analyses were performed by fitting a linear regression
model and the coefficient of determination (R?) was calculated from the fitted model. See also Supplementary
Table 2.

b Overnight growth assays in liquid culture showing the optical density at 600 nm (OD600) of the indicated
isogenic strains after the indicated growth time and starting OD600.

¢ Volcano plot showing the H/L peptide ratio of proteins from heavy '*Cs,'’N,-L-lysine labelled WT against light
12C,'*N,-L-lysine L-lysine labelled rerIA cells. A total of 3075 proteins were quantified (black), including 581
transmembrane proteins (TMPs), highlighted in red. See also Supplementary Table 3. The p-values were
calculated by using the background-based #-test, the adjusted p-values by using the Benjamini-Hochberg method
(n=3).

d Gene Ontology (GO) enrichment analysis of membrane proteins which were downregulated in rer/ A mutant
compared to WT cells showing cellular component enrichment as relative frequency (upper panel) and biological
process enrichment as fold enrichment (lower panel). Absolute numbers of proteins within groups are indicated.

e Live-cell epifluorescence microscopy of WT cells expressing Ubx3-mNeongreen (NG) and Sec7-mCherry
(upper panel) or Ubx3-NG and Mnn9-BFP (lower panel). Scale bar 5 pm.
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Extended Data Fig. 2: Transient and terminal clients are distinguished by the notchiness, polarity, and
length of their TMDs

a, ¢ Live-cell epifluorescence microscopy of indicated strains expressing a GFP-Scs2, Erg5-V5-eGFP, or GFP-
Sec12; ¢ the mCherry-tagged transmembrane domain (TMD) of Scs2 carrying the G227L, G240Y, G240L, or
G240A mutation, GFP-Orm2, and Vph1-mTagBFP2. Scale bar 5 um.

b Relative frequency distribution and KDE of TMD lengths for proteins downregulated in rer/A (transient
clients, purple), upregulated in ful/A (terminal clients, green), and the overall membrane proteome of WT yeast
(blue), shown individually and KDEs combined.

d Analysis of transmembrane domain (TMD) notchiness (within TMD vol SD) and polar residue fraction
(Supplementary Table 5) of single spanners downregulated in rer/ A mutants. Higher values in notchiness
indicate a broader distribution of amino acid side chain volumes within the TMD.
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Extended Data Fig. 3: Dsc-dependent degradation and Rer1-dependent retrieval cooperatively maintain
proteostasis

a, b Live-cell epifluorescence microscopy of indicated strains expressing a mCherry-Scs2 transmembrane
domain (TMD), GFP-Orm2, and Vph1-mTagBFP2, b GFP-Sec12 and Elo3-3xHA-mCherry (upper panel), GFP-
Sec12 and Sec7-mCherry (middle panel), or B-estradiol-induced (500 nM, 90 min) mNeonGreen-Hmx1 and
Vps4-mCherry (lower panel). Scale bar 5 um.

¢ Gene Ontology (GO) enrichment analysis of membrane proteins which were upregulated in tullA reri A
compared to rerlA cells showing cellular component enrichment as relative frequency.

d Volcano plot showing the H/L peptide ratio of proteins from heavy '3Cs,'N,-L-lysine labelled rerIA cells
against light 12Ce,'*N,-L-lysine L-lysine labelled fulIA rerlA cells. Significantly regulated (—log, H/L ratio >0.3
or <—0.3, and p < 0.05) proteins in black. Lipid-metabolism associated proteins (orange) and chaperones
(brown) are highlighted. See also Supplementary Table 7. The p-values were calculated using a background-
based #-test and adjusted p-values using the Benjamini-Hochberg method (n = 3).

e Equal amounts of the indicated isogenic strains were serially diluted and spotted onto agar plates. tullA reriA
vps4A mutants were complemented with plasmids encoding TUL! (reri A vps4A), empty vector (tullA rerl A
vps4A), RERI (tull A vps4A), or VPS4-HA (tullA rer1A). Plates were incubated at 26°C or 37°C.

f High-pressure freezing and transmission electron microscopy of WT and tul/A, rerlA cells. Scale bar 1 pm or
2 um, as indicated.
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Extended Data Fig. 4: Golgi quality control preserves organelle integrity

a-f Live-cell epifluorescence microscopy of indicated strains expressing a the PI4P sensor pGPD-mCherry-
P4C(SidC644—-744) and GFP-Sec12 or B-estradiol-induced (500 nM, 90 min) mNeonGreen-Hmx1, b Elo3-
3xHA-mCherry and the PI4P sensor pGPD-GFP-P4C(SidC644-744), Sec7-GFP and pGPD-mCherry-
P4C(SidC644-744), Snf7-LAP-eGFP and pGPD-mCherry-P4C(SidC644—744), Vph1-BFP and stained with
BODIPY 493/503, Om45-GFP and pGPD-mCherry-P4C(SidC644—744), Tgl3-mCherry and stained with
BODIPY 493/503, ¢ Sec7-mCherry and Arf1-GFP, d Pik1-GFP and pGPD-mCherry-P4C(SidC644—744), e the
PI4P sensor pPRC1-GFP-PH(FAPP1) or pGPD-AH(5Kloop)-GCCGMAP210-GFP, f the PI(4,5)P2 sensor GFP-
2xPH-PLCS. Scale bar 5 um.
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Extended Data Fig. 5: DMCs correlate with strong PI4P signal in cells

a, Cryo-correlative light and electron microscopy (cryo-CLEM) of DAG-enriched multilamellar compartments
(DMCs) with PI4P. Top, TEM map of a Ga* FIB-milled lamella of fu//A reriA cells. Bottom, overlay of the
lamella TEM map with the fluorescence map acquired after milling, used for 2D correlation. Scale bar, 5 pm.

b, PI4P signal correlates with DMCs. Insets i and ii from the overlay of fluorescence signal and TEM map show
clear correlation of PI4P signal with DMCs in tullA reriA cells. Below, central slices of tomograms
reconstructed from tilt series acquired at positions iii and iv. Scale bars, 300 nm (overlays) and 100 nm
(tomograms).

¢, DMC morphology and organelle contacts. Examples of DMCs in fullA reriA cells during growth. DMCs
adopt diverse forms, often with several stacked membrane layers, and contact multiple organelles, including the
endoplasmic reticulum (ER), mitochondria (Mito), lipid droplets (LDs) and the vacuole. Scale bar, 100 nm.

d, Membrane spacing at DMC junctions and dilations. Individual peak-maximum measurements from line
profiles across junction and dilation regions of DMC membranes (n = 12). Mean =+ s.d. is shown above the
individual measurements.

e, Ribosome subtomogram averaging. Processing pipeline for template matching and subtomogram averaging of
ribosomes in tullA reriA cells. The Fourier shell correlation (FSC) curve for the final refinement at bin 1
(unbinned) is shown in yellow.

f, Ribosomes near DMC membranes. Left, ribosomes within 30 nm of DMC membranes (the distance at which
membrane association would be possible), overlaid on the segmentation and coloured by distance. Right, the
same analysis applied to ER-bound ribosomes.
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Extended Data Fig. 6: Kennedy pathway induction restores lipid homeostasis and cellular organisation by
reducing DAG levels

a Intensity of indicated '*Cg-glucose labelled lipid species in WT and tullA rerIA cells, labelled overnight (mean
+ SD, n = 4). The p-values were calculated using a paired #-test. Only statistically significant p-values are
displayed. See also Supplementary Table 8.

b Abundance (A.U.) of triacylglycerol (TAG), phosphatidylserine (PS), and total lipid in WT and tulIA reriA
cells before and after 14 h of 2mM choline addition. See also Supplementary Table 8.

¢, d Live-cell epifluorescence microscopy of indicated strains ¢ expressing the DAG-binding reporter p(CYC1)-
Cla+C1b-mCherry and Vphl-mTagBFP2 without and with choline supplementation (2mM, 14 h), d stained with
BODIPY 493/503 without (CTRL) and with choline supplementation (2mM, 14 h). Scale bar 5 um.

e Abundance (A.U.) of triacylglycerol (TAG), diacylglycerol (DAG), phosphatidic acid (PA), total
glycerophospholipids (GPL), phosphatidylcholine (PC), phosphatidylethanolamine (PE), phosphatidylinositol
(PI), and phosphatidylserine (PS) in WT (grey) and tullA reri A (purple) cells under growing (G) and 48 h in
quiescent (Q) conditions. The p-values were calculated using an ordinary one-way ANOVA. Only statistically
significant p-values are displayed. (n = 4). See also Supplementary Table 8.
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Extended Data Fig. 7: Cellular quiescence resolves DMCs

a, DMCs dissolve and lipid droplets accumulate in quiescent tullA rerlA cells. Medium-magnification montages
of tull A rer1A cells under exponential growth (‘growing’) and after 48 h of quiescence. Insets (bottom) show the
indicated regions, highlighting the dissolution of DMCs and the increased abundance of lipid droplets (LDs) in
quiescent cells compared with growing cells. Scale bars, 5 um (montages) and 1 pm (insets).

b, d Live-cell epifluorescence microscopy of indicated strains in exponentially growing conditions and after 48 h
of quiescence b expressing the PI4P sensor pGPD-GFP-P4C(SidC644—744) and d stained with BODIPY
493/503. Scale bar 5 pm.

¢ LDs are tethered to the vacuole and enlarge in quiescence. Left, slices of tomograms of tullA reri A cells after
48 h of quiescence showing LDs tethered to the vacuole. Scale bars, 100 nm (slices of tomograms) and 50 nm
(insets). Right, violin plot showing increased LD diameter after 48 h of quiescence in ful/lA reriA cells (n=37,
unpaired t test).

e Number of Sec7-mCherry (left panel; n > 289 cells per condition) and Vps4-3xHA-eGFP (right panel; n > 141
cells per condition) puncta per cell in WT and tullA reriA cells without or with choline supplementation (2 mM,
14 h).

f Optical density at 600 nm (OD600) of the indicated isogenic strains without or with choline supplementation (2
mM) after 17 h of growth in liquid culture, starting at an OD600 of 0.04 (mean + SD, n > 4). The p-values were
calculated using an ordinary one-way ANOVA. Only statistically significant p values are displayed.



