TMEM175 chronicles: a journey from High Throughput Screening to lysosome
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Cell line generation and clone selection using thallium response Clone selection at SP384 Assay optimization at SP384
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TMEM175 at the lysosomal level
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Cellular Dynamics for their support * Stable cell lines expressing WT and mutated TMEM175 were first selected using a thallium fluorescence assay and further characterized electrophysiologically. All tested clones responded to the TMEM175 activator DCPIB, acidic pH
and for the kind provision of the iPs- and were blocked by 4-AP with a good overall success rate (catch, seal, expression).

derived cell line used in this work

 The initial studies at the plasma membrane level were extended to the lysosomal membrane using both manual (data not shown) and automated patch-clamp techniques, enabling precise measurement of TMEM175-mediated

FUJ =‘FI I_IVI ionic currents within isolated lysosomes.
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* In addition, lysosomal function was examined in iPS-derived dopaminergic neurons (iCell® Dopaneurons, FCDI), offering a physiologically relevant model to study TMEM175 in the context of neurodegenerative conditions. This

approach provides a unique opportunity to integrate insights into TMEM175 function with disease-relevant cellular models, further advancing our understanding of its role in lysosomal health and its potential as a therapeutic
target.
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