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Data
Policy information about availability of data

All manuscripts must include a data availability statement. This statement should provide the following information, where applicable:

- Accession codes, unique identifiers, or web links for publicly available datasets
- A description of any restrictions on data availability

- For clinical datasets or third party data, please ensure that the statement adheres to our policy

Human research participants
Policy information about studies involving human research participants and Sex and Gender in Research. 

Reporting on sex and gender

Population characteristics

Recruitment

Ethics oversight

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

Field-specific reporting
Please select the one below that is the best fit for your research. If you are not sure, read the appropriate sections before making your selection.

Life sciences Behavioural & social sciences Ecological, evolutionary & environmental sciences

For a reference copy of the document with all sections, see nature.com/documents/nr-reporting-summary-flat.pdf

Life sciences study design
All studies must disclose on these points even when the disclosure is negative.

Sample size

Data exclusions

Replication

Randomization

Blinding

Reporting for specific materials, systems and methods
We require information from authors about some types of materials, experimental systems and methods used in many studies. Here, indicate whether each material,
system or method listed is relevant to your study. If you are not sure if a list item applies to your research, read the appropriate section before selecting a response.

All data are available in the main text or the supplementary materials. Raw lipidomic data as well as an excel with all calculated values have been made available at
the NIH Common Fund's National Metabolomics Data Repository (NMDR) website, the Metabolomics Workbench, https://www.metabolomicsworkbench.org where
it has been assigned Study ID ST002334. The data can be accessed directly via its Project DOI: http://dx.doi.org/10.21228/M8740F. To whom correspondence
should be addressed: Prof. Wim Annaert (e-mail: wim.annaert@kuleuven.be). Source data are provided with this paper.

Not applicable

Not applicable

Not applicable

Not applicable

No statistical methods were used to predetermine the sample size; n-values were based on our previous studies (PMID: 34292306, PMID:
28134274, PMID: 27293189), including omics, microscopy and WB.

No data was excluded.

For all experiments, data are reported based on individual cells or biological replicates pooled from multiple cells, e.g. lysates. Individual cell
values were obtained from at least 2 independent dishes/coverslips. For the TEM image analysis of Fig. 2e-f, two independent sample preps
were performed: one on each PLD3 knockout (x rescue) clonal line (i.e. exon5 and exon6). Images of both clonal lines were pooled. Western
blots are representative of two or more replicates (as indicated in analysis graphs and the source data file), with the exception of Fig. S1i.
Lysosomal extractions on all SNPs in parallel was performed once. Statistical analysis was performed as from n=3.

The samples were grouped based on their genotype or treatment condition. By keeping all samples in the same growth and medium
conditions, covariates were minimized. For lipidomics, all sample conditions were examined in a single run.

In this study, the investigators were not blinded, which was not possible for cell-based experiments.
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Materials & experimental systems

n/a Involved in the study

Antibodies

Eukaryotic cell lines

Palaeontology and archaeology

Animals and other organisms

Clinical data

Dual use research of concern

Methods

n/a Involved in the study

ChIP-seq

Flow cytometry

MRI-based neuroimaging

Antibodies
Antibodies used

Validation

Eukaryotic cell lines
Policy information about cell lines and Sex and Gender in Research

Cell line source(s)

Authentication

rabbit anti-APP (Y188, Ab32136, Abcam, 1:10.000 for WB, 1:500 for IF)

rabbit anti-ATG5 (2630, Cell Signaling Technology, 1:500 for WB)

rabbit anti-Cathepsin D (ab75852, Abcam, 1:1000 for WB, 1:100 for IF)

rabbit anti-LC3 B (NB600-1384, Novus Biologicals, 1:1000 for WB, 1:100 for IF)

rabbit anti-Lrp1 (ab92544, Abcam, 1:1000 for WB)

rabbit anti-PINK1 (BC100-494, Novus Biologicals, 1:1000 for WB)

rabbit anti-N-terminal PLD3 (in-house generated PMID: 33288674, 1:1000 for WB)

rabbit anti-C-terminal PLD3 (in-house generated this paper, 1:1000 for WB) - see validation

rabbit anti-SREBP2 (10007663, Cayman Chemical, 1:1000 for WB)

rabbit anti-STING (D1V5L, 50494S, Cell signaling, 1:500 for WB, 1:50 for IF)

rabbit anti-STING-P at Ser366 (D7C3S, 19781S, Cell signaling, 1:500 for WB)

rabbit anti-TBK1/NAK (D1B4, 3504S, Cell signaling, 1:500 for WB)

rabbit anti-TBK1/NAK at Ser172 (D52C2, 5483S, Cell signaling, 1:500 for WB)

rabbit anti-TLR9 (PA5-20203, Thermo Fisher Scientific, 1:250 for IF)

mouse anti-APP-CTF (82E1, IBL Co., 1:100 for IF)

mouse anti-cytochrome C (556433, BD Biosciences, 1:1000 for WB)

mouse anti-GAPDH (MAB374, EMD Millipore, 1:10.000 for WB)

mouse anti-IFN-!-R670 (APC, 130-099-214, Miltenyi Biotec, 1:10 for FC)

mouse anti-LAMP1 (611042, BD Biosciences, 1:500 for WB)

mouse anti-LAMP1 (CD107a, H4A3, BioLegend, 1:200 for IF)

mouse anti-GM130 (610823, BD Biosciences, 1:50 for IF)

mouse anti-Na+K+ ATPase alpha (#NB300-146, Novus Biologicals, 1:2000 for WB)

mouse anti-Rab7 (ab50533, Abcam, 1:500 for WB)

mouse anti-TNF-!-VS25 (BV510, 502949, Biolegend, 1:10 for FC)

rat-anti CD289-Y585 (TLR9-PE, eB72-1665, eBioscience, 1:200 for FC),

rat anti-galectin-3 (M3/38, Sc-23938, Santa Cruz, 1:100 for IF)

rat anti-Lamp1 (1D4B sc19992, Santa Cruz, 1:50 for IF)

goat anti-VPS35 (Ab10099, Abcam, 1:250 for IF)

The PLD3 C-terminal antibody was generated by immunization of rabbits with the human PLD3 C-terminal peptide
WDSPYSHDLDTSADSVGNAC (Eurogentec). The peptide fused to keyhole limpet hemocyanin using the Imject Maleimide Activated
Carrier Protein Spin Kit (Thermo Scientific), according to the manufacturer’s instructions. New Zealand white rabbits were boosted 4
times at 1-month time intervals (P191/2017, Ethics Committee KU Leuven). The resulting sera were peptide-affinity purified on NHS
Sepharose fast flow 75% slurry (Cytiva) and concentrated with Vivaspin 15R centrifugal tubes (25 min spin at 3000xg, VWR). Resulting
purified antibody was aliquoted with an equal amount of glycerol and stored at -20°C until use.

Serum and purified antibodies were assessed for specificity on blot by validating band-specificity on total cell lysates and lysosomal
extracts of wild-type and PLD3 KO SH-SY5Y cells.

Other antibodies were chosen from previous publications and/or validation by the manufacturers for their intended use. Where
possible, we examined the antibodies' specificity, checking the target's known cellular localization, test their known responsiveness to
stimuli and/or used knockdown or knockout cell lines.

- The Alt-R CRISPR-Cas9 technology from IDTDNA was used for generation of PLD3 and APP knockout cell lines in the SH-SY5Y
(ATCC, CRL-2266) background.

- We used the HEK293T (CRL-3216, ATCC) for lentiviral production.

- Authentication of the SH-SY5Y cells was performed by DNA-STR-Typing at the Leibniz-Institut on 19.02.2016 (No.:
A1602030-1).




