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FIGURE 1. Workflow for Co-Culture of hPSC-Derived Midbrain Neurons with Microglia
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FIGURE 2. Midbrain Neurons Showed
Higher Percentage of pS129+ Cells in WT
and A53T PFFs Compared to Untreated
Control

Representative images of (A, B) untreated
midbrain neurons, (C, D) neurons treated
with WT PFFs or (E, F) A53T PFFs. Cells
were stained with BIITUB (green), pS129
(red) and DAPI (blue). Scale bar = 100 um.
(G) After treatment with WT and A53T PFFs,
the number of pS129+ midbrain neurons
increased by 1.59 + 0.60-fold and 5.15 +
2.39-told, respectively (mean + SD; n = 3
cell lines). Data normalized to untreated
control. Each data point represents the
result of an experimental replicate.

FIGURE 3. Midbrain Neurons Displayed
Lower Percentage of Dopaminergic
Neurons in WT and A53T Variants
Compared to Untreated Control

Representative images of (A, B) untreated
midbrain neurons, (C, D) neurons treated
with WT PFFs, or (E, F) A53T PFFs. Cells
were stained with BIITUB (green), TH (red),
and DAPI (blue). Scale bar = 100 pm.
(G) Quantification showed the number of
TH* cells decreased by 0.61 + 0.16-fold for
WT and 0.66 + 0.09-tfold for A53T PFFs
(mean + SD; data normalized to untreated
control, n = 1 for H1, H7 and STIPS-R038;
each dot represents the result of an
experimental replicate).
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FIGURE 4. Co-Culture of Microglia and Midbrain Neurons Lead to Increased Survival of Total Cells and BIIITUB+ Cells

Representative images of midbrair
microglia. Cells were stained with BIITUB (red) and DAPI (blue). Sca
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PFFs promote the accumulation of phosphorylated a-synuclein in hPSCs-derived midbrain neurons while reducing the

number of TH+ and BlI-TUB+ cells, resembling phenotypes associated with the development of Parkinson’s Disease.

 Co-culture with microglia may mitigate this toxic effect, suggesting a protective role of microglia during early stages of PD.

* This in vitro model of PD using a-synuclein PFFs in a co-culture of hPSCs-derived midbrain neurons and microglia provides a valuable

tool for studying the molecular mechanisms of disease initiation and progression.
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