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A novel semicarbazide-sensitive amine oxidase inhibitor, TERN-201, reduces
NAS and fibrosis in rodent models of non-alcoholic steatohepatitis
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* |Cy, values of SSAO, MAO-A, MAO-B and DAO inhibition were monitored by following the oxidation of the luminogenic amine substrate in the MAO-Glo™ assay kit (Promega). TERN-201 was * TERN-201 is a potent and selective irreversible SSAQ inhibitor in vitro
pre-incubated with recombinant oxidase proteins for 10min at RT before the addition of substrate (10 uM). The oxidation of the substrate was conducted for 2h before the addition of the . . and in vivo.
. . . . . . . C. J. Weston et al., Vascular adhesion protein-1
detecting reagents. The luminescence intensity recorded was converted to percent inhibition using values obtained from the MIN and MAX controls run on the same plate. The rate of SSAO comotes liver inflammation and drives hepatic » TERN-201 suppressed liver fibrosis and inflammation in a rat model of
inhibition was measured using benzylamine as the substrate and following H,O, production using the HRP/Amplex Red kit (Molecular Probe). The reaction was initiated by the addition of Ebrosis. 1 Clin Invest. 2015. 125. 501-20. P liver disease and caused a dose-dependent reduction in NAFLD activity

SSAO at RT. The fluorescence intensity was monitored for 1h. The intensity change over time was fitted to a first order process to calculate the rate of inhibition. The inhibition rate constant
(kin/Ki) was determined from the initial linear slope of the dose response.

score in a mouse NASH model.

* TERN-201 reduced an immune system RNA signature in the mouse

* SD rats were dosed PO with vehicle or TERN-201 (n=6/group). Liver samples were collected at 2 or 24h post dosing. SSAO activity was determined by measuring the total amine oxidase model of NASH in a dose-dependent manner.
activity in the presence of the MAO inhibitors, Clogyline, and Pargyline, using the MAO-Glo™ assay kit. Tissue lysates were prepared by homogenization in lysis buffer and incubated with
Clogyline (10 uM) and Pargyline (10 uM) at RT before adding the luminogenic substrate for 1h at 37°C. Tissue lysate from vehicle group was also incubated with 10 uM Clogyline, 10 uM
Pargyline, 50 yL PXS4728A, and 10 uM Hydroxylamine before reaction to be used as "MIN” control (0 SSAQO activity). The product generated was measured and quantified after the addition of ° DISC LOSU RES' ° CO NTACT °

detecting reagent according to the manufacture’s protocol. Relative SSAO activity (% of control) was calculated as (sample — mean of MIN control)/(mean of Vehicle —-mean of MIN control).

* C57BL6 mice fed a high-fat diet (D12492, Research Diet, fat/protein/carbohydrate 60/20/20 Kcal%, 10w) or non-obese SD rats were dosed PO with TERN-201 daily and biweekly IP or
triweekly PO carbon tetrachloride (CCl,) treatment, respectively.
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