




















































































































Figure 6
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Fig. S1. The GSDME abundance and the susceptibility to ZIKV infection of
relevant cell lines. (A) Immunoblot analyses of GSDME-FL in indicated cell lines.
(B to C) Relevant cells were infected with ZIKV at a MOI of 0.1. At indicated time
post-infection, cells were subjected to immunofluorescence analysis (B). Scale bar,
400 um. For plaque assay, the supernatants of ZIKV-infected cells were harvested at

12-72 h post-infection, and the titration was performed on Vero cells (C).
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Fig. S2. ZIKV infection significantly enhances the expression of TNF-a in
infected JEG-3 cells. JEG-3 cells were infected with ZIKV at a MOI of 1, and were
subsequently incubated with either 25 uM Z-IETD-FMK or 25 uM Z-LEHD-FMK for
24 h. Then the cells were harvested for RNA extraction and subjected to detect
MRNA level of TNF-a by qRT-PCR. Data were normalized to the level of B-actin
expression in each sample. All data are presented as the mean =SEM of at least three

independent experiments. **, p< 0.5; **, p < 0.01; ns, no significance.
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Fig. S3. The structural and non-structural proteins of ZIKV are not capable of

inducing pyroptosis. (A to B) JEG-3 cells were infected with ZIKV or UV-

inactivated ZIKV at a MOI of 1. At 24 h post-infection, cells were subjected to

western blot (A) and cytotoxicity analyses (B). (C) JEG-3 cells were seeded in 6-well

plate and transfected with 2 pg indicated plasmids. At 24 h post-transfection, cells

were subjected to cytotoxicity analyses. Unpaired t test versus Control. All data are

presented as the mean =SEM of at least three independent experiments. **** p <

0.0001; ns, no significance.
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Fig. S4. The KD of RIG-I suppresses the ZIKV or ZIKV 5> UTR-induced
activation of pyroptosis. (A) Verification of RIG-I, TLR7and TLR8 knockdown
efficiency by immunoblotting. (B) JEG-3 WT or RIG-I KD cells were seeded in 6-
well plate and transfected with 1 pg ZIKV 5° UTR. At 24 h post-transfection, the cells
were harvested for western blot analyses. (C) Relevant cells were infected with ZIKV
at a MOI of 1. At 24 h post-infection, the cells were harvested for RNA extraction and
subjected to detect MRNA level of TNF-a by qRT-PCR. Data were normalized to the
level of B-actin expression in each sample. All data are presented as the mean =SEM

of at least three independent experiments. **, p < 0.01; ns, no significance.
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Fig. S5. Impact of ZIKV on dams and fetuses at E16.5. Pregnant dams were

infected with ZIKV or Vero cell culture supernatant (Mock) as described in Fig. 5A.

(A) The percentage of dams showing abnormal pregnancy (at least one fetus showed

morphological abnormality or suffered demise/resorption). Numbers on bars indicate

normal pregnancy (top) or abnormal pregnancy (bottom). Significance was

determined by Fisher’s exact test. **** p<0.0001. (B) The weight of fetuses. Data

shown are median with interquartile range, and Mann-Whitney test was used to

calculate significance. **** p < 0.0001. Data are pooled from 3-5 independent

experiments.
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Fig. S6. GSDME deletion restrains ZIKV-induced abnormal pregnancy and
adverse fetal outcomes. Pregnant WT and Gsdme™- dams were infected with ZIKV
or Vero cell culture supernatant (Mock) as described in Fig. 5A. (A) The percentage
of dams showing abnormal pregnancy (at least one fetus showed morphological
abnormality or suffered demise/resorption). Numbers on bars indicate normal
pregnancy (top) or abnormal pregnancy (bottom). Significance was determined by
Fisher’s exact test. *, p<0.05. (B) The weight of fetuses. Data shown are median with
interquartile range, and Mann-Whitney test was used to calculate significance. *,

p<0.05; **** p < 0.0001. Data are pooled from 3-5 independent experiments.
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