Supplementary figure legends
Figure S1. SENP6 positively regulates viral infection.
(A) Western blot analysis of the SUMOylation in 293T cells transfected with vector, HA-SENP6 or HA-SENP6C1030S, respectively. 
(B) Western blot analysis of the VSV-encoded protein VSV-G in HeLa cells transfected with Control siRNA or SENP6 siRNA and then infected with VSV (MOI=1.0) for 12 h. 
(C) Western blot analysis of the VSV-encoded protein VSV-G in 293T cells pretransfected with siSENP6, treated with or without ML-792 (0.2 μM) for 6 h and then infected with VSV (MOI=1.0) for 12 h. Data are representative of three independent experiments with similar results (A-C).

Figure S2. SENP6 regulates the IFN-I-induced signaling pathway and antiviral efficacy.
(A) RT‒qPCR analysis of Ifnβ mRNA in 293T cells transfected with Control siRNA or SENP6 siRNA and then infected with SeV (MOI=1.0) for 12 h. 
[bookmark: _GoBack](B, C) RT‒qPCR analysis of Isg15 (B) and Isg54 (C) mRNA in 293T cells transfected with Control siRNA or SENP6 siRNA and then infected with VSV (MOI=1.0) for 12 h. 
(D, E) RT‒qPCR analysis of Isg15 (D) and Isg54 (E) mRNA in 293T cells transfected with Control siRNA or SENP6 siRNA and then treated with IFNα (1,000 IU/mL) for 8 h. 
(F) RT‒qPCR analysis of Isg54 mRNA in 293T cells transfected with vector, HA-SENP6, and HA-SENP6C1030S and then treated with IFNα (1,000 IU/mL) for 8 h. 
(G) RT‒qPCR analysis of Isg54 mRNA in 293T cells transfected with Control siRNA or SENP6 siRNA and then treated with ML-792 (0.2 μM) or ruxolitinib (2 μM) for 6 h, followed by stimulation with IFNα (1,000 IU/mL) for 8 h. All bar graphs show the mean ± SD. for three biologically independent experiments. P values were calculated using two-tailed unpaired Student’s t test (A-E) and one-way ANOVA (F-G). NS, no significant differences (P > 0.05) and * P<0.05, ** P<0.01, *** P<0.001.

Figure S3. USP8 is required for SENP6 to regulate IFNAR2 ubiquitination.
(A) Schematic diagram of USP8 and its truncation mutants, named Flag-USP8FL, Flag-USP8∆MIT Flag-USP8∆Rhod Flag-USP8∆AAs 314-776 Flag-USP8∆USP, respectively. 
(B) Immunoprecipitation analysis of the ubiquitination of HA-IFNAR2 in 293T cells transfected with vector or USP8 (WT or C786G) and HA-IFNAR2 and Myc-Ub. 
(C) Immunoprecipitation analysis of the interaction between HA-IFNAR2 and Flag-USP8 or truncation mutants as indicated in 293T cells. 
(D) Immunoprecipitation analysis of the ubiquitination of HA-IFNAR2 in 293T cells transfected with plasmids as indicated. 
(E) RT‒qPCR analysis of Isg54 mRNA in 293T cells transfected with vector, Flag-USP8 or Flag-USP8C786G and then treated with IFNα (1,000 IU/mL) for 8 h. 
(F) Immunoprecipitation analysis of the interaction between endogenous SENP6 and endogenous USP8 in 293T cells. 
(G) Immunoprecipitation analysis of the interaction between USP8 and SENP6, SENP7, or SENP1 in 293T cells transfected with vector or Flag-USP8. 
(H) Western blot analysis of the phosphorylation of STAT1 involved in the JAK-STAT pathway in 293T cells pretreated with or without siUSP8, transfected with Control siRNA or SENP6 siRNA, and then treated with IFNα (1,000 IU/mL) for 1 h. 
(I) RT‒qPCR analysis of Isg54 in 293T cells pretreated with or without siUSP8, transfected with Control siRNA or SENP6 siRNA, and then treated with IFNα (1,000 IU/mL) for 8 h. Data are representative of three independent experiments with similar results (B-D, F-H). All bar graphs show the mean ± SD. for three biologically independent experiments. P values were calculated using two-tailed unpaired Student’s t test (I) and one-way ANOVA (E). NS, no significant differences (P > 0.05) and * P<0.05.
	
Figure S4. SENP6 regulates USP8 SUMOylation.
(A) Immunoprecipitation analysis of the endogenous SUMOylation of Flag-USP8 in 293T cells. 
(B) Immunoprecipitation analysis of the exogenous SUMOylation of Flag-USP8 in 293T cells. 
(C) Immunoprecipitation analysis of the endogenous SUMOylation of Flag-USP8 and the interaction between Flag-USP8 and HA-IFNAR2 in 293T cells transfected with Control siRNA or SENP6 siRNA, cotransfected with HA-IFNAR2 and Flag-USP8 as indicated in Graph, and treated with or without ML-792 (0.2 μM) for 6 h. 
(D) RT‒qPCR analysis of Isg54 mRNA in 293T cells transfected with Control siRNA or SENP6 siRNA, transfected with or without Flag-USP8, pretreated with or without ML-792 (0.2 μM) for 6 h, and then treated with IFNα (1,000 IU/mL) for 8 h. 
(E) Immunoprecipitation analysis of the interaction between Flag-USP8 and HA-SENP6-N or HA-SENP6-C in 293T cells transfected as indicated. 
(F) RT‒qPCR analysis of Isg54 mRNA in 293T cells transfected with vector, HA-SENP6WT, HA-SENP6C1030S or HA-SENP6∆Peptidase2 and then stimulated with or without IFNα (1,000 IU/mL) for 8 h. 
(G) Immunoprecipitation analysis of the interaction between Flag-USP8 and endogenous SENP6 or exogenous SENP6 (HA-SENP6WT, HA-SENP6C1030S or HA-SENP6∆Peptidase2) and the interaction between Flag-USP8 and HA-IFNAR2 in 293T cells transfected as indicated. Data are representative of three independent experiments with similar results (A-C, E, G). All bar graphs show the mean ± SD. for three biologically independent experiments. P values were calculated using one-way ANOVA (D, F). * P<0.05, ** P<0.01, *** P<0.001.


 3 / 3

