Supplementary methods

Cell culture. To obtain murine bone marrow-derived macrophages (BMMs), bone marrow cells were isolated and maintained in macrophage differentiating media (1x DMEM (Mediatech Inc., Herndon VA), 10% fetal bovine serum, penicillin (100 U/mL), streptomycin (100 g/mL), and 20% L929 conditioned medium) for seven days. To obtain Flt-3 DCs, bone marrow cells were isolated and differentiated in RPMI (Mediatech Inc., Herndon VA), 10% fetal bovine serum, penicillin (100 U/mL), streptomycin (100 g/mL), 2-mercaptoethanol and 100 ng/mL murine Flt3-ligand (R&D Systems, Minneapolis, MN) for 7 days prior to stimulation. Media was replaced 4 days into the 7-day-culture period. Murine embryonic fibroblasts (MEFs) were isolated from day 15 embryos and cultured in 5% fetal bovine serum, penicillin (100 U/mL), and streptomycin (100 g/mL). To reconstitute Traf3, Traf3-/- MEFs were infected with the Moloney Murine Leukemia Virus ((-MLV containing either the pBABEpuro or pBABEpuro-TRAF3 vector and selected with 2.5 g/ml of puromycin. 
Immunoblotting. To obtain nuclear fractions, cells were resuspended in Buffer A (10mM HEPES, 1.5 mM MgCl2, 10 mM KCl, 1.5% NP40) and incubated on ice for 3 minutes. Nuclei were then centrifuged at 800 g for 5 minutes, washed 3 times with Buffer A without NP40, and resuspended in lysis buffer. Lysates were quantified and separated by SDS-PAGE. Gels were transferred to Immobilon-P membranes (Millipore Corp., Billerica, MA) and immunoblotted using the antibody manufacturers’ recommended instructions. 
Immunoprecipitation. 293T cells were maintained in DMEM (GIBCO/BRL) supplemented with 10% FBS and were transfected with 2 g of indicated constructs or vector controls by using standard calcium phosphate methods. Cells were lysed in 1 mL of lysis buffer (150 mM NaCl, 20 mM HEPES [pH 7.2], 10 mM NaF, 0.4 mM EDTA, 1% Triton X-100, 0.5 mM Na3VO4, 1 mM phenylmethylsulfonyl fluoride (PMSF), 1 mM aprotonin, 0.5 μg/mL leupeptin) on ice for 30 min. The lysates were spun at 14,000 rpm for 10 min and the supernatants were incubated with 2 μg of anti-HA or anti-TRAF3 antibodies, together with protein G sepharose beads (Amersham Biosciences AB, Uppsala, Sweden) for 12 hours at 4°C. The beads were then washed five times with the lysis buffer before Western Blot analysis. 

ELISA. IFNα was assayed using a murine IFNα ELISA kit from PBL Biomedical Laboratories (Piscataway, NJ), while IL-6 and IL-12 were assayed using mouse ELISA kits from eBioscience (San Diego, CA) according to the manufacturer’s instructions. 

Reagents. Poly I:C was purchased from Amersham Biosciences AB (Uppsala, Sweden). LPS was purchased from Sigma Aldrich (St. Louis, MO). CpG was purchased from Invitrogen (Carlsbad, CA). R848 was a kind gift from Dr. Robert Modlin. Anti-IRF3 antibodies were purchased from Zymed (South San Francisco, CA). Anti-USF2, anti-HA, and anti-TRAF3 antibodies were purchase from Santa Cruz Biotechnologies (Santa Cruz, CA). Anti-Myc, anti-IRAK1 and anti-PKR antibodies were obtained from Cell Signalling Technologies (Beverly, MA). MHV68 virus and Anti-MHV68 M9 antibody were a kind gift from Dr. Ren Sun. VSV expressing GFP was a kind gift from Dr. Glen Barber. Anti-CD86, anti-CD11c, anti-B220, and anti-GR-1 antibodies were obtained from Pharmingen (San Diego, CA). Anti-F4/80 antibody was obtained from Serotec (Raleigh, NC). Anti-IL12p40 (Pharmingen), Anti-IFN(HyCult biotechnology), Biotinylated Goat anti-Rat Ig(H+L) (Southern Biotechnology associates, Inc), and APC-conjugated Streptavidin (Caltag Laboratories) were used for intracellular staining. Listeria monocytogenes strain 10403S was used for in vitro infections. 
Cell Sorting. Flt3L-DCs were stained with anti-CD11c and B220 antibodies. CD11cintB220+ pDCs were purified using a BD FACSAria cell sorter (>93% purity; Supplementary Fig. 7).

Intracellular Staining. Flt3-L DCs were incubated with CpG D19 (1M) for a total of 8 hours. Golgi Stop (BD Biosciences) was added 4 hours into the stimulation. After another 4 hours of incubation, cells were collected and prepared for staining using a BD Cytofix/Cytoperm kit according the manufacturer’s instructions. 
Supplementary figure legends

Supplementary Fig. 1, A potential model illustrating the involvement of TRAF3 in TLR-dependent and independent IRF3/7 activation.
Supplementary Fig. 2 a, Traf3+/+ and Traf3-/- BMMs were stained with  the indicated differentiation markers and analyzed by Flow Cytometry. b&c,  RNA from unstimulated Traf3+/+ and Traf3-/- cells was assayed for the levels of IRF3 and IRF7 mRNA by Q-PCR. d, Traf3+/+ and Traf3-/- BMMs were stimulated with CpG (100nM), LPS (20 ng/mL), or polyI:C (1g/mL) for the indicated timepoints. NF-B activity was analyzed by EMSA. 
Supplremenatary Fig. 3,  a, RNA from Traf3+/+ and Traf3-/- BMMs stimulated with poly I:C (1 g/mL) or LPS (20ng/mL) was assayed for the levels of the indicated mRNA transcripts by Quantitative PCR (Q-PCR). Error bars represent ±s.d. between duplicates. b, NIH 3T3 cells were pre-treated 3 hr with conditioned media from BMMs stimulated with poly I:C (1 g/mL) in the presence of anti-IFNα/( or non-specific rabbit IgG (20 g/ml). Cells were then infected with VSV expressing GFP. 24 hours post-infection, the percentage of GFP+ cells was assessed by flow cytometry. c, Supernatants from VSV-infected cells (b) were assayed for number of plaque forming units. 

Supplementary Fig. 4 a&b, Traf3+/+ and Traf3-/- BMMs were stimulated with polyI:C or infected with L. monocytogenes  at an MOI of 1 for the indicated timepoints. RNA was then isolated and assayed for the levels of Ifn by Q-PCR. 
Supplementary Fig. 5, Wild-type and Traf3-/- Flt3-L DCs were incubated with CpG D19 (1 (M) for 6h. RNA was isolated and assayed for levels of IFN4, IFN5, IFNand IL-12 mRNA by Q-PCR. Error bars represent ±s.d. between duplicates.
Supplementary Fig. 6a&b, Splenocytes (a) and Flt3-L DCs (b) from p100-/-Traf3+/+ and p100-/-Traf3-/- mice were stained for CD11c, CD11b, and B220 and analyzed by Flow Cytometry. 
Supplementary Fig. 7, CD11cintB220+ pDCs were purified by cell sorting from p100-/-Traf3+/+ and p100-/-Traf3-/- Flt3-L DCs. Purity was confirmed by flow cytometry.  

