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Supplementary Figures
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Supplementary Fig. S1. The reporter virus rAHFY2022-NSP3-UnaG was used to screen antiviral drugs. MA104 cells were infected with rAHFY2022-NSP3-UnaG (MOI = 0.01) for 8 hpi under the pretreatment of the compounds C1 to C10 (10 μM) for 6 h. Then the UnaG fluorescence in cells was analyzed using microscopy. Bar, 100 μm. The right side shows the relative fold of the fluorescence intensity.
[image: D:\yanmm\VS正在处理\7211\R1-2\S Figure 2.tif]
Supplementary Fig. S2. Comparative analysis of the anti-PoRV efficacy of compounds C8 and C9 follwing 1-h and 6-h pretreatments with. MA104 cells, seeded in 48-well plates, were pretreated with 10 μM of compound C8 or C9 for either 1 h or 6 h at 37 °C. Following the pretreatment, the cells were infected with the rAHFY2022-NSP3-UnaG reporter virus at an MOI of 0.01. At 8 hpi, viral titers were determined. Statistical differences were calculated using the one-way ANOVA test. **P < 0.01, ***P < 0.001.
[image: D:\yanmm\VS正在处理\7211\R1-2\S Figure 3.tif]
Supplementary Fig. S3. The schematic diagram to indicate the experimental design used to examine viral replication cycle.
[image: D:\yanmm\VS正在处理\7211\R1-2\S Figure 4.tif]
Supplementary Fig. S4. Both C8 and C9 could downregulate RV induced inflammatory responses. MA104 cells pretreated with C8 or C9 were infected with PoRV at an MOI of 0.1 for 12 h and then collected for analysis of the relative mRNA levels of TNF-α, IL-6, IL-8, and IL-1β. The data were generated from at least three independent experiments (means ± SD). Statistical differences were calculated using the one-way ANOVA test. ***P < 0.001.
[image: D:\yanmm\VS正在处理\7211\R1-2\S Figure 5.tif]
Supplementary Fig. S5. The growth kinetics of AHFY2022-WT and rAHFY2022-G5-VP7 strains in MA104 cells. MA104 cells were infected with AHFY2022-WT and rAHFY2022-G5-VP7 (MOI = 0.01) and harvested at the indicated time points. The viral titers were determined by using TCID50 assays. Data are the average of three experiments. Statistical differences were calculated using two-way ANOVA test. ns, not significant.

[bookmark: _GoBack]Supplemental Table S1. The compounds using for screening anti-PoRV drugs in this study.
	Classification
	[bookmark: OLE_LINK3]Chemical Properties
	Compound
	Chemical Structure
	MW

	[bookmark: OLE_LINK4][bookmark: _Hlk200661284]Phenylpropanoic acid derivative
	The compound is insoluble in water at room temperature, and is readily soluble in organic solvents (such as DMSO, DMF). The overall structure is stable and is not easy to decompose at room temperature. It is easily hydrolyzed under acidic or alkaline conditions.
	C1
	[image: ]
	601.25

	[bookmark: _Hlk200661454][bookmark: OLE_LINK2]1,2,3,4-Tetrahydroisoquinoline derivative
	The compounds are insoluble in water at room temperature, and are readily soluble in organic solvents (such as DMSO, DMF). The compounds may decompose at high temperatures. They are easily hydrolyzed under acidic or alkaline conditions.
	C2
	[image: ]
	599.23

	
	
	C3
	[image: ]
	486.20

	
	
	C4
	[image: ]
	593.22

	[bookmark: OLE_LINK5]Oleanolic acid saponin derivative
	The compounds are readily soluble in organic solvents (such as DMSO, ethanol, DMF). The compounds may decompose at high temperatures. They are easily hydrolyzed under acidic or alkaline conditions. Oleanolic acid saponin derivatives possess potential anticancer activities.
	C5
	

	1004.53

	
	
	C6
	

	1164.69

	
	
	C7
	

	632.43

	[bookmark: _Hlk200661558][bookmark: OLE_LINK7]Oleanolic acid amide derivative
	[bookmark: OLE_LINK10]The compound possesses extremely weak acidity and hydrolytic stability. It is readily soluble in organic solvents (such as DMSO, chloroform, acetone). It may decompose at high temperatures.
	C8
	

	561.42

	Oleanolic acid saponin derivative
	The two compounds are readily soluble in water. The compounds may decompose at high temperatures. They are easily hydrolyzed under acidic or alkaline conditions. C9 possesses acidity and has potential to bind to steroid receptors.
	C9
	[image: ]
	1018.27

	
	
	C10
	[image: ]
	1000.28
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