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Clofazimine targeting the spike protein and RdRp exhibits highly efficient antiviral activity against porcine epidemic diarrhea virus in vitro
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[bookmark: _Hlk174122532]Supplementary Figure S1. Evaluation of CFZ’s cytotoxicity. A Dose-dependent curves showed viability of Vero E6 cells with serial dilution concentrations of CFZ. B Dose-dependent curves showed viability of LLC-PK1 cells with serial dilution concentrations of CFZ. C Dose-dependent curves showed viability of IPEC-J2 cells with serial dilution concentrations of CFZ. D Dose-dependent curves showed viability of HEK-293T cells with serial dilution concentrations of CFZ. 
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[bookmark: OLE_LINK12]Supplementary Figure S2. The antiviral effect of CFZ on replication steps of PEDV. A VeroE6 cells were infected with PEDV and treated with CFZ during the replication phase were tested with an IFA using a mAb to PEDV N protein. Scale bar = 100 µm. B Expression of the N protein in CFZ or DMSO treated Vero E6 cells was detected by Western blot.
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Supplementary Figure S3. FRET-based assays for substrate cleaved by PEDV 3CLpro (Nsp5) with or without CFZ. Substrate Dabcyl-YNSTLQ↓AGLRKM-E-Edans contain the N-terminal auto-cleavage site of PEDV 3CLpro was introduced in the FRET assays.
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Supplementary Figure S4. The cytotoxicity of compounds on Vero E6 cells. Cell viability of Vero E6 cells following 24 h of treatment with molnupiravir (A), remdesivir (B), molnupiravir combine with clofazimine (C) or remdesivir combine with clofazimine (D) at the indicated concentrations was determined by CCK-8 assay.




Table S1. Chemical structures and molecular weights of compounds used in this study.
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Table S2. List of primers used in this study.
	Primer Name
	[bookmark: OLE_LINK86][bookmark: OLE_LINK87][bookmark: OLE_LINK83][bookmark: OLE_LINK89]Sequence (5′-3′)

	qPCR-PEDV-N-F
	CGCAAAGACTGAACCCACTAAC

	qPCR-PEDV-N-R
	TTGCCTCTGTTGTTACTTGGAGAT

	qPCR-GAPDH-monkey-F
	ACAACAGCCTCAAGATCGTCAGC

	qPCR-GAPDH-monkey-R
	GTGGCAGTGATGGCGTGGAC

	qPCR-GAPDH-pig-F
	GGAAGCTGTGGCGTGATGGC

	qPCR-GAPDH-pig-R
	TTCTCCAGGCGGCAGGTCAG

	pcDNA4.0-S-F
	GGTACCGAGCTCGGATCCGCCATGGAGAAGTCTTTAACTTACTTCTGG

	pcDNA4.0-S-R
	GCTCCACCGCCTCCCTCGAGCTGAACGTGGACCTT



Table S3 Differentially expressed genes (DEGs) between groups.
 (Excel file).
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