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Supp. Figure 1 The generation of Trim29 KO mice using CRISPR-Cas9 technology

TRIM29 knockout mice were generated using CRISPR-Cas9 technology. The schematic diagram of knockout strategy was showed in Supp.Figia. Two gRNA
targeting the first exon of Trim29 were used to induce gene editing of TRIM29, causing depletion of 265bp of the first TRIM29 and degradation of TRIM29 mRNA
(Supp. Figla,1b). Primers were designed for genotyping, resulting ina 723bp for WT and 458bp for KO (Supp.Fig1b). The mice were normal in development,
without any appreciable abnormality. Immunoblot assay (Supp. Fig.1c) and gPCR (Supp. Fig.1d) result showed that TRIM29 was depleted in HSV-60-stimualted-

BMDM and alveolar macrophage of Trim29 KO mice. Line 1: WT BMDM, non-treated; line2: WT alveolar macrophage; line 3: WT BMDM, HSV-60 stimulated for
24hrs; Line 4: KO BMDM, non-treated; line5: KO alveolar macrophage; line 6: KO BMDM, HSV-60 stimulated for 24hrs.
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Supp. Figure 2 Sequencing results of potential off-target sites of CRISPR-Cas9

The potential off-target sites were examined by sequencing (Supp. Fig. 3a-3j).
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Supp. Figure 2 Sequencing results of potential off-target sites of CRISPR-Cas9

The potential off-target sites were examined by sequencing (Supp. Fig. 3a-3j).



g, Chr4 h, Chr 15 i, Chr5
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Supp. Figure 2 Sequencing results of potential off-target S|tes of CRISPR Casg

The potential off-target sites were examined by sequencing (Supp. Fig. 3a-3j).



j, Chr1
65631761 t0 65631783
GAGACTCTG CCCCG CTCCAGGCGG
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Supp. Figure 2 Sequencing results of potential off-target sites of CRISPR-Cas9

The potential off-target sites were examined by sequencing (Supp. Fig. 3a-3j).
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Supp. Figure 3 TRIM29 is dispensable for cytokine, chemokine production induced by LPS and poly I:.C

WT and TRIM29 KO BMDMs were stimulated with LPS and poly I:C for 12 hrs. The mRNA level of proinflammatory cytokines, chemkines and antiviral protein was
detected by gPCR.
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TBK1, IFR3 and IkBa were indicated by ration of phospho-protein vs total protein or B-actin, the degradation STING was shown as the ration of STING vs B-actin.
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Supp. Figure 4 The relative density of western blot result in figure 3a

WT and TRIM29 KO BMDMs were stimulated with HSV60 (a) and cGAMP (b) for indicated time. The phosphorylation of TBK1, IRF3, IkBa, and the degradation of STING
detected by WB. The total proteins or 3-actin served as loading control. The relative density of bands in figure 3a were measured using Image J for three times. The activations of
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Supp. Figure 5 TRIM29 mRNA is quickly induced by dsDNA stimulation in both WT and Trim29-reconstituted MEF

WT, Trim29-/- mice and Trim29-reconstituted MEF were stimulated with HSV-60 or cGAMP for 0,2,6 hrs. The expression of TRIM29 mRNA was detected by real-time PCR
and B-actin served as the reference gene.
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Supp. Figure 6 The relative density of western blot result in figure 3b

WT, Trim297- and TRIM29-reconstructited MEFs were stimulated by HSV-60 (a) and cGAMP (b) for indicated time, and IB was performed to detect TRIM29, STING,
phosphorylation of TBK1, IRF3. The total proteins or B-actin severed as loading control. The relative density of bands in figure 3b measured using Image J for three times. The
activations of TBK1 and IFR3 were indicated by ration of phospho-protein vs total protein, the degradation STING was shown as the ration of STING vs B-actin.
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Supp. Figure 7 The relative density of western blot result in figure 4b and 4c

The immunoprecipitation experiments were described in Fig. 4b and Fig.4c. The relative density of bands in Fig.4b and Fig. 4c measured using
Image J for three times. The interaction of endogens (a) and overexpressed (b) TRIM29 and STING were indicated by rations of precipitated
TRIM29 vs precipitated STING.
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Supp. Figure 8 The relative density of western blot result in figure 4e

TRIM29 and STING were overexpressed in 293T cell, treated with DM SO or MG132. The expression of TRIM29 and STING detected by WB (Fig.4e€).
The relative density of STING, TRIM29 and p-actin in Fig.4emeasured using Image J for three times. The rations of STING/p-actin (a) and

TRIM29/B-actin (b) were calculated.
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Supp. Figure 9 results of identification of Lys (K) in STING targeted by TRIM29
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Supp. Figure 10 The relative density of western blot result in figure 5h

WT or mutant STING were overexpressed in 293T cell, with or without TRIM29. The expression of WT and mutant STING detected by WB (Fig.5h). The relative
density of STING and B-actin in Fig.5h measured using Image J for three times. The rations of STING/B-actin were calculated.



