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Validation

No calculations were performed to predetermine sample size. The sample size was determined based on similar experiments previously
conducted by our group and others on similar fields. We quantified at least 20 cells randomly selected per condition from at least three
independent replicates in microscopy experiments, and immunoblots, immunoprecipitation, and seahorse assays were from at least three
independent replicates. These particular sample sizes seem sufficient for our experiments since we usually detect differences of phenotypes
between replicates with p-values lower than 0.01 and results are reproducible enough with this number of replicates.

Transfected cells expressing a high level of proteins were explicitly excluded from analysis (pre-established criteria) since overexpression
artifacts potentially affect cell morphology and exhibit saturated signal intensities.

Experiments were conducted multiple times and were reproducible, as indicated in the legends to each figure.

Randomization was not done. We analyzed all samples for one experiment in the same way.

Blinding was not done as cells were prepared and analyzed by the same investigator due to the sophistication required in each experiment.

We used primary antibodies to the following proteins:

ATG2A (rabbit polyclonal, Proteintech, 23226-1-AP, 1/500), ATG2B (rabbit polyclonal, Proteintech, 25155-1-AP, 1/500), ATG7 (rabbit
monoclonal, Cell Signaling, 8558, 1/1000), ATG9A (rabbit monoclonal, Abcam, 108338, IB: 1/2000, IF: 1/250), LC3B (rabbit
monoclonal, Cell Signaling, 3868, 1/1000), PLIN3 (mouse polyclonal, Proteintech, 10694-1-AP, 1/500), PLIN5 (guinea pig polyclonal,
PROGEN, GP31, 1/500), TGN46 (sheep polyclonal, Bio-Rad, AHP500G, , IF:1/500), TOMM20 (mouse monoclonal, Abcam, 56783, IF:
1/500).

We used the following secondary antibodies:

Alexa Fluor 488-conjugated donkey anti-rabbit IgG (Invitrogen, A21206, 1/1000), Alexa Fluor 488-conjugated donkey anti-mouse IgG
(Invitrogen, A21202, 1/1000), Alexa Fluor 555-conjugated donkey anti-rabbit IgG (Invitrogen, A31572, 1/1000), Alexa Fluor 555-
conjugated donkey anti-mouse IgG (Invitrogen, A31570, 1/1000), Alexa Fluor 555-conjugated donkey anti-sheep IgG (Invitrogen,
A21436, 1/1000), HRP-conjugated anti-GFP (MACS, 130091833, 1/2000), HRP-conjugated anti-actin (Sigma, A3854, 1/10000), HRP-
conjugated anti-FLAG M2 (Sigma, A8592, 1/1000), HRP-conjugated donkey anti-rabbit IgG (GE Healthcare, NA934V, 1/5000), HRP-
conjugated sheep anti-mouse IgG (GE Healthcare, NXA931, 1/5000), HRP-conjugated donkey anti-guinea pig IgG (Jackson Immuno
Research, 706-035-148, 1/5000) and HRP-conjugated sheep anti-mouse IgG (GE Healthcare, NXA931, , 1/5000).

Antibodies were chosen for specific applications based on suppliers' recommendations indicated on their websites and all showed
bands of expected molecular weight.

Antibodies to ATG9A, ATG2A, ATG2B, ATG7 were validated in knock-out cell lines by immunoblotting and immunostaining.

The anti-TOMM20 antibody was shown by Abcam and other research publications (for example doi: 10.1038/s41467-021-22113-3)
to co-localize with other mitochondrial markers in human immunostained cells.
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Eukaryotic cell lines
Policy information about cell lines

Cell line source(s)

Authentication

Mycoplasma contamination

Commonly misidentified lines
(See ICLAC register)

Animals and other organisms
Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research

Laboratory animals

Wild animals

Field-collected samples

Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

Flow Cytometry

Plots

Confirm that:

The axis labels state the marker and fluorochrome used (e.g. CD4-FITC).

The axis scales are clearly visible. Include numbers along axes only for bottom left plot of group (a 'group' is an analysis of identical markers).

All plots are contour plots with outliers or pseudocolor plots.

A numerical value for number of cells or percentage (with statistics) is provided.

Methodology

Sample preparation

The anti-TGN46 antibody was shown by Biorad and other research publications (for example

doi: 10.3390/ijms22094936) to co-localize with other Golgi markers in human immunostained cells.

The anti-PLIN5 antibody was shown by Progen and other research publications (for example doi: 10.1038/ncomms12723) to detect
PLIN5 at the expected molecular weight by immunoblotting.

The anti-PLIN3 antibody was shown by Proteintech and by us to stain lipid droplets by immunostaining and to colocalize with BODIPY
493 (probe staining neutral lipids contained inside lipid droplets). Proteintech performed the immunostaining after treating cells with
oleate and visualized an increase of the lipid droplet pool (reproduced in this paper).

The anti-LC3B antibody was validated in LC3B knock-out cell lines by immunoblotting and immunostaining by Cell Signaling and by us
in cell lines knocked-out for other autophagy proteins. In addition, the detection of the LC3B-II form of LC3B was significantly
increased after a starvation and Bafilomycin A treatments by immunostaining and immunoblotting.

The anti-Actin antibody was shown by Sigma to detect beta-Actin at the expected molecular weight by immunoblotting and the
characteristic Actin filaments by immunohistochemistry.

The anti-Flag antibody was shown by Sigma and by us to detect Flag-tagged over-expressed proteins by immunoblotting at expected
molecular weight.

The anti-GFP antibody was shown by MACS and by us to detect GFP-tagged over-expressed proteins by immunoblotting at expected
molecular weight.

We purchased cel lines from ATCC: HeLa (CCL-2), U-2 OS (HTB-96), HEK-293 (CRL-1573).

Manufacturers' authenticated cell lines. In addition, we assessed the cell morphology by microscopy. Aliquots of each cell line
were prepared at low passage and kept frozen. Once thawed, cells were kept in culture for no more than 20 passages.

We did not perform testing for mycoplasma but routinely stained cell lines with DAPI to ensure there was no bacterial or
mycoplasma contamination.

We did not use misidentified cell lines.

Species: Caenorhabditis elegans

Strains: Bristol N2

Sex: Hermaphrodite and male

The C. elegans stage is 24 hours post mid-L4.

Study did not involve wild animals.

Study did not involve samples collected from the field.

Caenorhabditis elegans is a free-living, non-parasitic, non-pathogenic, non-infectious soil nematode animal. No ethical approval or
guidance was required for C. elegans.

Cells were washed, incubated with BODIPY 493 (stock solution in DMSO, used at 2#g/ml in CM) for 25min at 37°C, washed,
trypsinized and resuspended in 1" PBS supplemented with 5 mM EDTA. Cell suspensions were strained through a 35#m,
nylon strainer cap into polystyrene test tubes and kept on ice prior to analysis.




