Supplementary Material

Table S1. Raw data from the luciferase reporter assays presented in Figure 1c. Mean ratios between
firefly and Renilla luciferase activities were calculated (F/R) and are presented as percentages (%) of
the treated EV control in 4 independent experiments. Mean values and standard deviation (S.D.) are
presented for not-treated (NT) and IFN-β-treated (IFN) conditions.

Table S2. Raw data from the luciferase reporter assays presented in Figure 6b. Mean ratios
between firefly and Renilla luciferase activities were calculated (F/R) and are presented as
percentages (%) of the treated EV control in 5 independent experiments. Mean values and standard
deviation (S.D.) are presented for not-treated (NT) and IFN-β-treated (IFN) conditions.

Figure S1. Expression of FLAG-tagged full-length and domains of ORF1 in co-transfected 293T cells.
Cell lysates generated for the luciferase reporter assay (Figure 1c) were analysed by immunoblotting
using an anti-FLAG antibody. Bands corresponding to the different FLAG-tagged proteins are shown
by arrows. Note that ORF1 was not detected. Actin served as loading control.

Figure S2. Relative expression of ISG56, MDA5 and OAS1 mRNA determined by RT-qPCR for each
of the 3 independent experiments presented in Figure 2. Data are presented as fold induction (+
standard deviations) relative to the non-stimulated EV control. *, P < 0.05; **, P < 0.005; ***, P < 0.0005
compared to EV control for treated samples (unpaired t tests).

Figure S3. Expression of ORF1, Y, X and Met of HEV ORF1 has no impact on STAT1 nuclear
translocation upon IFN-β treatment. (a) 293T cells were transfected with a pCINeo-3xFLAG empty
vector (EV) or a plasmid coding for ORF1, Y, X or Met fused to a FLAG tag. Twenty four h posttransfection, cells were left untreated or stimulated for 30 min with 1000 IU/ml of IFN-β. Cells were then
washed, fixed and stained with primary antibodies raised against STAT1 and FLAG, followed by
fluorescent dye-conjugated secondary antibodies. Intracellular localization of DAPI-stained nuclei
(blue), FLAG (green) and STAT1 (red) was visualized by microscopy (magnification, x630). Scale bars,
10 μm. (b) STAT1 localization was visualized after immunostaining as described in (a) in 293T cells
transfected with a pCINeo-3xFLAG empty vector (EV) or a plasmid coding for ORF1, MetYPCP, PCP,
X, Y, Met or MV-V fused to a FLAG tag. For each condition, STAT1 localization was determined in 48 to
181 cells expressing the corresponding FLAG-tagged protein (except for the EV control for which 356 to
384 cells were randomly assessed). The mean percentage (± standard deviation) of cells showing a
predominant nuclear localization of STAT1 from 3 independent experiments is shown. *p<0.05;
**p<0.005; ***p<0.0005 compared to EV control for treated samples (unpaired t tests). (a-b) Data presented
for the Met domain are from a different set of experiments than the one presented for ORF1, Y and X.

Figure S4. Effect of MetYPCP of HEV ORF1 on STAT1 translocation in response to IFN-II. 293T cells
were transfected with a pCINeo-3×FLAG empty vector (EV) or a plasmid coding for MetYPCP or MV-V
fused to a 3xFLAG tag. Twenty four h post-transfection, cells were stimulated for 30 min with 1000 IU/ml
of IFN-β or 250 ng/ml of IFN-γ. Cells were then washed, fixed and stained with primary antibodies
raised against STAT1 and FLAG, followed by fluorescent dye-conjugated secondary antibodies. Cells
showing diffuse cytoplasmic/nuclear localisation of STAT1 upon IFN-β treatment are indicated by
arrows. Scale bars, 10 μm.
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Figure S5. Alignment of the amino acid sequence of MetYPCP from genotypes 1 and 3. The amino acid
sequence of MetYPCP from genotype 1 (MetYPCP-G1) is 86% identical to the one of MetYPCP from genotype
3 (MetYPCP-G3). Pairwise Sequence Alignment (PROTEIN) EMBOSS Needle was used
(https://www.ebi.ac.uk/Tools/psa/emboss_needle/). Different amino acids are highlighted in red. : indicates
similar amino acids.

Figure S6. Expression of FLAG-tagged MetYPCP and PCP from genotypes 1 and 3 in co-transfected
293T cells. Cell lysates generated for the luciferase reporter assay (Figure 6b) were analysed by
immunoblotting using an anti-FLAG antibody. Bands corresponding to the different FLAG-tagged
proteins are shown by arrows. Actin served as loading control.

Figure S7. Cell viability assay in cells expressing MetYPCP and PCP from HEV-1 and HEV-3. 293T
cells were transfected or not (NT) with a pCINeo-3xFLAG empty vector (EV) or a plasmid coding for
MetYPCP and PCP from genotype 1 and 3 fused to a 3xFLAG tag. Forty h after transfection, cells were
lysed and cell viability determined using a luminescent-based assay. Luciferase activities (± standard
deviations) are expressed as percentage relative to non-transfected cells. No significant difference was
found between the cells transfected with the pCINeo-3xFLAG empty vector and the one transfected with
the plasmids coding for MetYPCP or PCP from HEV-1 and HEV-3 (unpaired t tests). Results represent
the mean of 3 independent experiments performed in triplicate.

Figure S8. Effect of MetYPCP from HEV-1 on STAT1 translocation. 293T cells were transfected with a
pCINeo-3xFLAG empty vector (EV) or a plasmid coding for MetYPCP from HEV-1 or HEV-3 or MV-V
fused to a 3xFLAG tag. Twenty-four h post-transfection, cells were stimulated for 30 min with 1000 IU/ml
of IFN-β. Cells were then washed, fixed and stained with primary antibodies raised against STAT1 and
FLAG, followed by fluorescent dye-conjugated secondary antibodies. Cells showing diffuse STAT1
cytoplasmic/nuclear localisation upon IFN-β treatment are indicated by arrows. Scale bars, 10 μm.

