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10,000 to 20,000 yeast cells were analyzed for the FACS experiments for determining nanobody's binding to alpha-synuclein preformed fibrils.

For the ELISA experiments, two data points were collected for each concentration. Each set of experiment was repeated 2-3 times.

For the experiments in HEK293T cells, 10-20 fields of views were analyzed for each condition, each of which contains more than 30 cells. >100
alpha-synuclein puncta were analyzed for Pearson's correlation analysis.

For the experiments in the primary cortical neurons, 15-25 fields of view were conducted for each condition, each of which contains more
than 200 neurons.

For in vitro fibril dissociation assay, all measurements were performed in triplicate.

For yeast, ELISA and HEK293T and dissociation assay experiments, samples are determined to be adequate based on literatures describing
similar experiments to give fair comparison to control and reproducibility.

For the experiments in vivo, 4 mice were analyzed for each group. Sample size for animal experiment was determined to be adequate based
on literature describing similar experiments and consistency of measurable difference between the groups.

No data was excluded

All applicable experiments are replicated with similar results. Details of each experiment are described in the figure legends.

Cells and animals were randomly assigned to different experimental groups.

The investigators were not blinded. The data was collected and analyzed objectively with no bias.

We provided the list of all antibodies including the supplier, catalog number and Research Resource Identifiers (RRID) number in
Table S2 (Supplementary data)

Antibodies used in this study are validated by manufacturer, RRIDs and in the cited articles.

HEK 293T/17 cell line (ATCC, cat#: CRL-11268)

HEK 293T/17 cell line was authenticated based on morphology, cell replicate rate and cell transfection efficiency every 3
months. No misidentified cell line was used in this study.




