














Figure S3. KAT8 KO selectively promotes virus-induced IFN-I production in DCs, and KAT8 knockdown has no effect on virus-induced phospho-
rylation, dimerization, and nuclear translocation of IRF3 in macrophages. (A) Immunoblot analysis of KAT8 in KAT8fl/flLyz2-Cre� or KAT8fl/flLyz2-Cre+ DCs.
(B)Q-PCR analysis of IFN-β, IFN-α, TNF, and IL-6 mRNA in KAT8fl/flLyz2-Cre� or KAT8fl/flLyz2-Cre+ DCs left untreated (Med) or infected with VSV (1 MOI), SeV (1
MOI), or HSV-1 (10 MOI) for 8 h. (C) ELISA of IFN-β, IFN-α, TNF, and IL-6 in supernatants of KAT8fl/flLyz2-Cre� or KAT8fl/flLyz2-Cre DCs infected with VSV (1
MOI), SeV (1 MOI), or HSV-1 (10 MOI) for 12 h. (D) Immunoblot analysis of phosphorylated (p-) or total ERK, JNK, p38, p65, TBK1, IRF3, RIG-I, KAT8, or β-actin in
peritoneal macrophages transfected with control siRNA (siCtrl) or KAT8-specific siRNA (siKAT8) and then infected 48 h later with VSV (1 MOI) for the indicated
times. (E and F) Immunoblot analysis of IRF3 dimerization (E) or IRF3 among nuclear proteins (F) in peritoneal macrophages transfected with control siRNA
(siCtrl) or KAT8-specific siRNA (siKAT8) and then infected 48 h later with VSV (1 MOI) for the indicated times. *, P < 0.05; **, P < 0.01; two-tailed Student’s
t test (B and C). Data are from three independent experiments (B and C; mean ± SEM) or are representative of three independent experiments with similar
results (A and D–F).
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Figure S4. KAT8 promotes IRF3 acetylation at K359 in VSV-infected macrophages. (A–C) Immunoblot analysis of acetylation of IRF3 from TAP-
IRF3–overexpressed RAW264.7 cells stimulated with LPS (100 ng/ml) or poly(I:C) (10 µg/ml) or infected with VSV (1 MOI) for the indicated times. Cell ly-
sates were immunoprecipitated with streptavidin-binding protein antibody-conjugated magnetic beads and then subjected to immunoblot analysis with anti-
acetylation antibody against TAP-tag IRF3. (D) Immunoblot analysis of IRF3 acetylation and total IRF3 in peritoneal macrophages transfected with control
siRNA (siCtrl) or KAT8-specific siRNA (siKAT8) and then infected with VSV (1 MOI), followed by IP with IRF3 antibody. (E) Immunoblot analysis of IRF3
acetylation and total IRF3 in KAT8-KO or control RAW264.7 cells infected with VSV (1 MOI), followed by IP with IRF3 antibody. (F) Immunoblot analysis of
endogenous acetylation of KAT8 in peritoneal macrophages infected for the indicated times with VSV (1 MOI), assessed before (input) or after IP with IgG or
antibody to KAT8. (G) Immunoblot analysis of acetylation in HEK293T cells transiently transfected with Flag-tagged WT or mutant IRF3 (K152A or K359A) plus
V5-tagged KAT8, followed 24 h later by IP with antibody to Flag. (H) Dot-blot analysis of K359ac, Ace, and Kme1 for the peptide containing acetylated K359 or
K359Ac for the peptide containing acetylated K68, K70, and K152. (I–K) Immunoblot analysis of IRF3 acetylation at Lys359 (K359Ac) from TAP-IRF3 RAW264.7
cells stimulated with LPS (100 ng/ml) or poly(I:C) (10 µg/ml) or infected with VSV (1 MOI) for the indicated times. (L) Immunoblot analysis of IRF3 acetylated at
Lys359 (K359Ac) and total IRF3 in KAT8-KO or control RAW264.7 cells infected with VSV (1 MOI), followed by IP with antibody to IRF3. (M) Immunoblot
analysis of IRF3 acetylated at Lys359 (K359Ac) and total IRF3 in peritoneal macrophages transfected with control siRNA (siCtrl) or KAT8-specific siRNA (siKAT8)
and then infected with VSV (1 MOI), followed by IP with antibody to IRF3. Data are representative of three independent experiments with similar results.
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Figure S5. KAT8 knockdown increases the abundance of IRF3 at IFN-I promoters. (A) Immunoblot analysis of H4K16ac, histone 4, KAT8, or β-actin in
peritoneal macrophages transfected with control siRNA (siCtrl) or KAT8-specific siRNA (siKAT8) and then infected with VSV (1 MOI) for the indicated times. (B
and C) ChIP analysis of IRF3, H4Ac, or H4K16Ac at Ifnb (B) or Ifna4 (C) promoter in peritoneal macrophages transfected with control siRNA (siCtrl) or KAT8-
specific siRNA (siKAT8) and then infected with VSV (1 MOI) for 6 h. **, P < 0.01; two-tailed Student’s t test (B and C). Data are representative of three in-
dependent experiments with similar results (A) or are from three independent experiments (B and C; mean ± SEM).
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