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Fig. 4. Plitidepsin treatment significantly reduces SARS-CoV-2 infection in BALB/c mice expressing
human ACE2. (A) Schematic of adenovirus expression of human ACE2 model of SARS-CoV-2 infection.
BALB/c mice were transduced with human ACE2 expressing adenovirus (Mice were sensitized
intranasally with 2.5x108 PFU). (B) Mice were intranasally infected with 104 PFU of SARS-CoV-2 and
subcutaneously treated with 0.3 mg/kg plitidepsin once daily for 3 days, a single dose of 1 mg/kg
plitidepsin, or with 50 mg/kg remdesivir once daily for 3 days. (C) SARS-CoV-2 lung titers in the
plitidepsin treated group relative to vehicle and remdesivir controls. Virus titers were determined in
whole lung homogenates by TCID50 at day 3 post-infection. The limit of detection for viral titers is
indicated with a dotted line. Vehicle and remdesivir N = 10, plitidepsin 1 mg/kg and 0.3 mg/kg N = 8 (*P
<0.05, **P < 0.01, ***P < 0.001, and ****P < 0.0001).
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Fig. 5. Plitidepsin shows in vivo antiviral efficacy in the K18-hACE2 mouse model. (A) Schematic of the K18-hACE?2
model of SARS-CoV-2 infection. (B) Mice were intranasally infected with 104 PFU of SARS-CoV-2 and subcutaneously
treated with 0.3 mg/kg plitidepsin once daily for 3 days or with 50 mg/kg remdesivir twice daily for 3 days. (C) SARS-
CoV-2 lung titers in the plitidepsin treated group relative to vehicle and remdesivir controls. Virus titers were determined
in whole lung homogenates by TCID50 at day 3 post-infection. Five mice were used in each group, except for the
remdesivir control which had 3 (*P < 0.05, **P < 0.01, ***P < 0.001, and ****P < 0.0001). (D) Lungs were harvested on
day 3 post-infection, paraffin embedded and 5um sections stained for H&E. Regions of the lung anatomy where
inflammation was assessed are highlighted by black boxes. Regions were inflammation was detected are indicated by
arrows. (E) Pathological severity scores in infected mice. To evaluate comprehensive histological changes, lung tissue
sections were scored based on pathological changes outlined in the supplementary materials.
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