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Life sciences study design
All studies must disclose on these points even when the disclosure is negative.
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No statistical methods were used to predetermine sample size. Sample size was based on empirical data from pilot experiments. The detail
was Reported in the Statistical Analysis section.

No data were excluded from the studies

Experiments were repeated at least twice to ensure reproducibility of data as indicated in the Figure Legends. All attempts are successful.

For mouse infection experiments, C57BL/6 WT or cGAS KO mice were divided randomly into cages. During experiments, mice with the same
sex (irrespective of whether they are treated with vehicle control or the compound) were housed in the same cage to avoid any bias due to
location.

For in vivo infection experiments the researchers were not blinded since they need to treat the mice first and then perform the infection
experiments afterwards. However, at least two to three researchers performed the experiments and collected the samples at the same time
to exclude the bias. For experiments other than mouse infection, the researchers were not blinded during data collection and analysis.
However, the experiments are repeated by independent researchers to validate the results.

Commercially available antibodies used for this study include mouse monoclonal FLAG M2 antibody (Sigma); rabbit polyclonal V5
antibody (Thermo Fisher); mouse monoclonal V5, b-actin and TBK1 antibody (Abcam); Phospho-TBK1 (Ser172), Phospho-IRF3
(Ser396), Ku80, cGAS (D1D3G) and STING (D2P2F) antibody (Cell signaling); GAPDH (6C5), VDAC1 (B-6) and IRF3 antibody (FL-425)
(Santa Cruz); DNA-PKcs and Ku70 antibody (NeoMarkers); phospho-Histone H2A.X (Ser139)/!-H2AX Antibody (Millipore).

Rabbit polyclonal anti-cGAS pT68 and pS213 antibodies were generated by repeated immunization with the phospho-specific
peptides (GenScript). Rabbit polyclonal anti-MAVS antibody was home-made in the lab.

Many antibodies are already validated based on manufacturer's data and they are widely used in various published articles:

FLAG M2 antibody (Sigma) (PMID: 26221961); rabbit polyclonal V5 antibody (Thermo Fisher) (PMID: 30092200); mouse monoclonal
V5 (PMID: 30092200), b-actin (PMID: 30092200) and TBK1 antibody (PMID: 30092200); Phospho-TBK1 (Ser172) (PMID: 30092200),
Phospho-IRF3 (Ser396) (PMID: 30092200), Ku80 (PMID: 22542840), cGAS (D1D3G) (PMID: 30092200) and STING (D2P2F) antibody
(PMID: 29653696)(Cell signaling); GAPDH (6C5) (PMID: 33116119), VDAC1 (B-6) (PMID: 30077079) and IRF3 antibody (FL-425) (PMID:
30092200)(Santa Cruz); DNA-PKcs (PMID: 12231622) and Ku70 (PMID: 10547363) antibody (NeoMarkers); phospho-Histone H2A.X
(Ser139)/!-H2AX Antibody (PMID: 22542840) (Millipore).

Rabbit polyclonal anti-cGAS pT68 and pS213 antibodies were validated by ourselves as indicated in the figure legends. Rabbit
polyclonal anti-MAVS antibody was described and validated previously (PMID: 26221961).

HEK293T, Vero and THP-1 cell lines were obtained from American Type Culture Collection center (ATCC). L929 WT and cGAS
KO cells were provided by Dr. James Chen (UT Southwestern Medical Center) (PMID: 23258413). HFF cells were provided by
Dr. Bo Zhong, (Wuhan University) and Dr. Min-Hua Luo (Wuhan Institute of Virology) (PMID: 30943264). Mouse bone
marrow-derived macrophages (BMDM) and mouse lung fibroblasts (MLF) were generated as described in the methods
section.

HEK293T, Vero and THP-1Cell lines were purchased from genuine vendors (ATCC) and we did not authenticate them. We did




