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Figure 3. ATH-1105 protects against glutamate-mediated toxicity in nerve-muscle cocultures
A Glutamate 60 uM
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CONCLUSIONS

*n <0.05; *p <0.01.

* ALS pathology is associated with glutamate-mediated toxicity, oxidative
stress, mitochondrial dysfunction, axonal degeneration, TDP-43

. . . . extranuclear accumulation, NMJ impairment, and motor neuron death™
Treatment with ATH-1105 in vitro resulted in P

— Extranuclear accumulation of TDP-43 is a pathological hallmark of ALS
present in 97% of people with ALS*
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on (B) neuronal survival, (C) extranuclear TDP-43, (D) mitochondrial
integrity, and (E) ER stress in SOD1°%** motor neurons challenged
with glutamate.

Nerve-muscle coculture impairment assay

* Whole spinal cord sections, including 4 DRGs, were harvested from E13 Wistar
rat embryos and were cocultured on a monolayer of human muscle cells for

Data are presented as mean + SEM; n = 4-6 each.
One-way ANOVA with Fisher’s test vs glutamate alone.

*p < 0.05; *p < 0.01; **p < 0.001; *** p < 0.0001.
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SUPPLEMENTAL INFORMATION

MET activation assay

- HEK293 cells were incubated with vehicle control, HGF 1 ng/mL,
or HGF 1 ng/mL plus ATH-1105 100 pM in 6-well plates for 15 minutes

* Cells were lysed, and levels of pMET stimulated by each treatment were
measured via ELISA

AKT/ERK activation assay

- HEK293 cells were incubated with vehicle control (containing HGF 2 ng/mL)
or ATH-1105 1 uM in 96-well plates for 20 minutes

* Cell lysates were fluorescently immunolabeled using anti-pAKT and anti-pERK
antibodies, and quantified using an HTRF reader

Abbreviations: AKT, protein kinase B; ELISA, enzyme-linked immunosorbent assay; ERK, extracellular
signal-related kinase; HEK293, human embryonic kidney 293; HGF, hepatocyte growth factor;

HTRF, homogenous time-resolved fluorescence; pAKT, phosphorylated AKT; pERK, phosphorylated ERK;
PMET, phosphorylated MET.
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