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Supplementary Figures
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[bookmark: OLE_LINK9][bookmark: OLE_LINK12][bookmark: OLE_LINK22]Fig. S1. Knockout of Trim25 does not affect the pluripotency of ESCs. A, B The expression levels of the pluripotent markers (Oct4 and Nanog) in the Trim25-knockout D3 (A) or E14TG2a (B) cells were measured by RT-qPCR. Data are mean ± SEM. Two-tailed unpaired Student’s t test was used for statistical analysis. *P < 0.05, and ns = not significant. C-F The wild-type and Trim25-knockout D3 (C and D) or E14TG2a (E and F) cells were fixed and stained with pluripotent markers: Oct4 (C and E) and SSEA-1 (D and F). Nuclei were stained with DAPI (blue). Scale bar, 10 μm.
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Fig. S2. Virus infection is deficient to induce IFNβ expression in ESCs. D3, E14TG2a and MEF cells were infected with EMCV at 1 moi. The mRNA levels of Ifnb were measured by RT-qPCR at 24 hpi. Data are mean ± SEM. Two-tailed unpaired Student’s t test was used for statistical analysis. ***P < 0.001, and ns = not significant.
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Fig. S3. Depletion of G3bp1 shows minimal effects on the pluripotency of ESCs. The D3 (A and B) or E14TG2a (C and D) cells transfected with siRNAs (siNC or siG3bp1) were fixed and stained with pluripotent markers: Oct4 (A and C) and SSEA-1 (B and D). Nuclei were stained with DAPI (blue). Scale bar, 10 μm.


Table S1. Primers used in this study
	Target
	Forward primer
	Reverse primer

	Gapdh
	CATGGCCTTCCGTGTTCCTA
	CCTGCTTCACCACCTTCTTGAT

	Oct4
	CACGAGTGGAAAGCAACTCA
	AGATGGTGGTCTGGCTGAAC

	EMCV
	TGTCATGAACAGAGAGGCGT
	TCGAATGATGGCACGACAAC

	Trim25
	CGGACCTCAAGAGTGAACTG
	CCCTTGTTACCTGAGCCATT

	G3bp1
	TTGGAGGAGCATTTAGAGGAGC
	TCTTGAATGTCGGACACAGGT

	VSV
	TGATAGTACCGGAGGATTGACGAC
	CCTTGCAGTGACATGACTGCTCTT

	[bookmark: OLE_LINK52]Ifitm1
	GACAGCCACCACAATCAACAT
	CCCAGGCAGCAGAAGTTCAT

	Ifitm2
	TGGGCTTCGTTGCCTATGC
	AGAATGGGGTGTTCTTTGTG0

	Ifitm3
	CCCCCAAACTACGAAAGAATCA
	ACCATCTTCCGATCCCTAGAC

	Cd9
	ATGCCGGTCAAAGGAGGTAG
	GCCATAGTCCAATAGCAAGCA

	Eif3l
	TCTTACCCCGCTGATGACTAC
	CGCTCATAGGCAAGGTCC

	Igfbp2
	TGGAACATCTCTACTCCCTGC
	CTTCCCGGTATTGGGGTTCA

	Mcl1
	CAAAGATGGCGTAACAAACTGG
	CCGTTTCGTCCTTACAAGAACA

	Oas1a
	GCCTGATCCCAGAATCTATGC
	GAGCAACTCTAGGGCGTACTG

	Odc1
	GACGAGTTTGACTGCCACATC
	CGCAACATAGAACGCATCCTT

	Rbm2.5
	ATGGTTGGAAAGCATTTGGGA
	AAGCATGTCTGAAGCCTTCTC

	Rpl22
	AGCAGGTTTTGAAGTTCACCC
	CAGCTTTCCCATTCACCTTGA

	Slc16a1
	TGTTAGTCGGAGCCTTCATTTC
	CACTGGTCGTTGCACTGAATA

	Ifnb
	CCGAGCAGAGATCTTCAGGAA
	CCTGCAACCACCACTCATTCT

	Mx1
	CCTCCCACATCTGTAAATCACTG
	CGGTTTCCTGTGCTTGTATCA

	Isg15
	CCTCTGAGCATCCTGGTGAG
	ACTGGTCTTCGTGGACTTGTT
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