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Validation

Sample size for each experiment is indicated in the legend. No statistical methods were used to predetermine sample sizes. Sample size was
chosen based on previous experiments and comparable(DOI: 10.1038/ncomms13727;DOI: 10.1038/s41590-020-0699-0).

No exclusion of data was made.

All experimental findings were reproduced in multiple independent experiments. For experiments using mouse peritoneal macrophages, each
independent experiment used mouse peritoneal macrophages isolated from another mouse. For each figure, the number of independent
experiments or biological replicates is indicated in the figure legends. Western blot pictures are from a representative experiment and the
number of independent repeats is clearly indicated in the figure legends. All attempts at data replication were successful.

No statistical methods were used for randomization. For in vitro experiments, mouse peritoneal macrophages were isolated from randomly
chosen wild-type mice, Sting-deficient mice or Ifnar1-deficient mice, and processing was performed simultaneously and in parallel for all
conditions within each experiment. For in vivo experiments, wild-type mice were randomly allocated into experimental groups.

The investigators were blinded during data collection and analysis where possible. For western blotting, the experiments were not blinded,
due to careful experimental setup and design. For qRT-PCR, ELISA and confocal microscopy, the experiments were blinded to the conditions
during the experiments or analysis.

Anti-STING (1:1000, #13647), anti-TBK1 (1:1000, #3504), anti-p-IRF3 (1:1000, #4947), anti-IRF3 (1:1000, #4302), anti-p-STAT1
(1:1000, #9167), anti-cGAS (1:1000, #31659), and anti-streptavidin-HRP (1:1000, #3999) were purchased from Cell Signaling
Technology. Anti-NMT1 (1:2000, ab186123), anti-ICP5 (1:3000, ab6508), anti-GM130 (1:100, ab52649), anti-LC3B (1:2000,
ab192890), and anti-p-TBK1 (1:1000, ab109272) were purchased from Abcam. Anti-Myc (1:5000, M4439) and anti-Flag (1:5000,
F1804) antibodies were purchased from Sigma. Anti-!-actin (1:20000, 66009-I-Ig) and anti-ARF1(1:1000, 20226-1-AP) were
purchased from Proteintech. Anti-HA (1:2000, TA180128) was purchased from Origene.

Commercial available Western blot and immunofluorescence antibodies were selected based on their antigen specificity and
suggested application as described on the manufacturer's website and data sheets.

Anti-STING (1:1000, #13647) validate for WB and IF, https://www.cellsignal.co.uk/products/primary-antibodies/sting-d2p2f-rabbit-
mab/13647?N=0+102236+4294956287&Nrpp=200&No=6000&fromPage=plp;

Anti-TBK1 (1:1000, #3504) validate for WB, https://www.cellsignal.co.uk/products/primary-antibodies/tbk1-nak-d1b4-rabbit-
mab/3504?site-search-type=Products&N=4294956287&Ntt=%233504&fromPage=plp&_requestid=4637060;

Anti-p-IRF3 (1:1000, #4947) validate for WB, https://www.cellsignal.co.uk/products/primary-antibodies/phospho-irf-3-ser396-4d4g-
rabbit-mab/4947?site-search-type=Products&N=4294956287&Ntt=%234947&fromPage=plp&_requestid=4637183;

Anti-IRF3 (1:1000, #4302) validate for WB, https://www.cellsignal.co.uk/products/primary-antibodies/irf-3-d83b9-rabbit-mab/4302?
site-search-type=Products&N=4294956287&Ntt=+%234302&fromPage=plp&_requestid=4637282;




