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FIGURE 1: ARIMOCLOMOL TARGETS THE PATHOPHYSIOLOGY OF NIEMANN-PICK DISEASE TYPE C BY TWO PATHWAYS FIGURE 6: HEATMAP OF FILIPIN STAINING INTENSITY IN LYSOSOMES
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Arimoclomol, an orally available small molecule, is an FDA-approved treatment for NPC when actors Nucleus Lysosome arimoclomol concentrations by treatment day.
used in combination with miglustat. The purpose of the in vitro studies was to explore the METHODS AND STATISTICS
pathways by which arimoclomol targets the fundamentals of NPC etiology. Cytoplasm -

Fibroblast cell lines derived from skin biopsies of clinically confirmed NPC patients and from healthy donors
(wild type controls) were maintained in culture in standard conditions (37°C and 5% CO,, High glucose

FIGURE 2: ARIMOCLOMOL INCREASES NUCLEAR-TO-CYTOPLASMIC RATIO FIGURE 4: ARIMOCLOMOL ENHANCES THE BINDING OF TFE3 TO CLEAR ELEMENTS IN Dulbecco's Modified Eagle Medium supplemented with non-essential amino acids, 1% Penicillin-
RESULTS OF TFE3 IN HUMAN WILDTYPE AND NPC FIBROBLASTS TARGET GENE PROMOTERS IN HEALTHY HUMAN FIBROBLASTS Streptomycin and 12% Fetal Bovine Serum). Hela cells clone CCL-2 were acquired from American Type
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the CLEAR promoter elements of NPC1, NPC2, GBA, MCOLN, and GLA in healthy human
fibroblasts, whereas binding of TFE3 to the negative control ACTB promoter was not affected by
arimoclomol (Figure 4).

FIGURE 3: ARIMOCLOMOL ENHANCES TRANSLOCAION OF TFE3 AND TFEB FIGURE 5: ARIMOCLOMOL INCREASES THE CONCENTRATION OF NPC1 PROTEIN
FROM THE CYTOSOL TO THE NUCLEUS IN HELA CELLS WHERE NPC1 ACROSS ALL TESTED NPC1 GENOTYPES IN HUMAN NPC FIBROBLASTS

PROTEIN WAS INHIBITED BY U-18666A 400 - i
. Transcriptional upregulation with arimoclomol (400 uM) was observed for all tested CLEAR

genes related to lysosomal function (NPC1, NPC2, GBA, GLA, MCOLN1, RRAGD, SQSTMT) in TFE3
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healthy human fibroblasts (data not shown). . g -
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(Figure 6). Quantifications of the nucleus-to-cytosol mean fluorescence intensity ratios of immunostainings of TFE3 and TFEB in Data are presented as the mean change in % + SEM of NPC1 protein expression after arimoclomol treatment for 5 days, relative to its company name to Zevra Therapeutics.
HelLa cells. Cells were treated with arimoclomol in combination with either vehicle or 0.5 yM NPC1 inhibitor U-18666A PBS-treated control cells from a total of 3 to 5 independent experiments. NPC1 levels have been normalized to tubulin for 1061T/11061T _
for 3 days. Bars depict the means of median ratios of independent experiments (n=4), each with >160 cells per sample, and P1007A/null, and to ponceau staining of total protein for the other cell lines. *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001. DISCLOSURES: HS, TM, and SG are employees of Zevra Therapeutics.

error bars show SEM. *p<0.05, **p<0.01, ***p<0.001, ****p<0.0001.






