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Life sciences study design
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No sample size calculation was performed as no information on the experimental outcome was available at the time when this study was
designed. Group sizes of more than 10 mice were chosen for experiments with 2-3 times replications based on previous published studies
(Chu et al 2021 Nature) showing that these setups were sufficiently large to identify differences between groups.

No data was excluded.

All experiments were replicated several times as indicated in the figure legends. All attempts of replication were successful.

Mice were randomly allocated for each experiment. All animals were kept in a pathogen-free barrier facility at UT Southwestern Medical
Center. For in vitro experiments, cells were also randomly allocated for each treatment condition.

Investigators were not blinded to genotypes or treatment groups prior to data collection as non-subjective measures were used to describe
observations.

Primary antibodies used for Western blot included Sting (13647; CST, 1:1000), phospho-Sting (72971; CST, 1:1000), Tbk1 (3504; CST,
1:1000), phospho-Tbk1 (5483; CST, 1:1000), Irf3 (4302; CST, 1:1000), p65 (8242; CST, 1:1000), phospho-p65 (3033; CST, 1:1000),
LC3B (MAB85582; R&D, 1:5000), Ifnar1 (ab124764; Abcam, 1:1000), Tubulin (T5168; Sigma, 1:20,000), Rab14 (15662-1-AP,
Proteintech), cGAS (83623; CST 1:1000), Mavs (4983; CST, 1:1000), Sec24c (ab241336; Abcam, 1:1000), Npc1 (ab108921; Abcam,
1:1000), p-ATM (05-740; Sigma, 1:5000), FLAG (F1804; Sigma, 1:5000), FLAG (14793; CST, 1:5000), MYC (2276; CST, 1:5000), HA
(3724; CST, 1:5000), Gcc2 antibody was kindly provided by Suzanne Pfeiffer (Stanford University).. Primary antibodies used for
microscopy imaging included Sting (19851-1-AP; Proteintech, 1:200), GM130 (610822; BD, 1:200), TGN38 (AHP499G; Bio-Rad, 1:200),
Hsp60 (sc-13115; Santa Cruz, 1:200), PDI (ab2792; Abcam, 1:200), phospho-Tbk1 (5483; CST, 1:100), phospho-Irf3 (29047; CST,
1:200), HA (3724; CST, 1:1000). Secondary antibody used included goat anti–rabbit IgG-HRP conjugate (1706515; Bio-Rad, 1:3000),
goat anti–mouse IgG-HRP conjugate (1706516; Bio-Rad, 1:3000), TidyBlot Western Blot Detection Reagent:HRP (STAR209PA; Bio-Rad,
1:200), donkey anti-Rabbit IgG Alexa Fluor Plus 488 (#A-32790; ThermoFisher, 1:1000), donkey anti-Sheep IgG Alexa Fluor 594
(#A-11016; ThermoFisher, 1:1000), donkey anti-Mouse IgG Alexa Fluor 647 (#A-31571; ThermoFisher, 1:1000).

All antibodies used in this study were purchased from commercial sources and validated by the vendors (except for anti-Gcc2, which
is kindly provided and validated by Suzanne Pfeiffer at Stanford University). Validation data are available on the manufacturer's
websites. We further verified specificity by using isotype controls. We validated anti-Gcc2 antibody by comparing Gcc2+/+ and
Gcc2-/- cells.

B16F10, HEK293T, THP-1, HeLa cells were from ATCC. MEFs were generated from mouse embryos at E13.5.

All cells were originally obtained from ATCC cell repository and not authenticated further.

All cells were tested negative for mycoplasma contamination by PCR.

No commonly misidentified cell lines were used.




