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Introduction

Alpha-synuclein (aS) is the major component of fibrillar aggregates within neurons in various neurodegenerative diseases, known as EmEE
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Cellular uptake of aS implies different unsolved mechanisms, thus is important to generate fluorescent aS species as an approach to study these CSlC B \o( Programade
processes and the interactions of aS in cellula . In this study, fluorescent aS species were generated by labeling monomer aS with Alexa*s® seorces | Clencias Basicas

fluorophore (Sigma-Aldrich Mix-n-Stain™ CF™ 488™),
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The use of fluorescent labeled aS will allow further studies on the mechanism that modulates the cellular uptake for the different aggregated proaramo er DE LAREPBLICA
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Figure 1. aS monomer labeling with Alexa%8,
Ratios of Alexa:aS of 1:1 and 10:1 were tested for optimization of the labeling conditions. A.
Absorbance spectra and quantification using equation: [aS] = (A, — 0.11A,4,)/5960 and
[Alexa*88] = A,,,/71000. B. Intact protein mass spectrometry of samples in A. C. Fluorescence 100000+ l :L:
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L,L:’ 60000 \
. O 40000
3. Alpha-synuclein fluorescent labeled aggregated 1
. 20000
species
0 7 | I [
Q VX
488 s & & &
800 - aSn, SERSERN
— S 488 4000
_ aof Figure 3. Fluorescent a$S
L 600 — aS %8 species labeled with Alexa%ss. 3000 s
2 / Fluorescence properties of the different ]
3 aS labeled species: aS monomer (aS,,), O 2000
S 400— fibrii (@S and oligomer (aS,). 5 I
9 Fluorescence spectra were recorder to
o 1.4 mg/mL of protein diluted in PBS, in a 1000
g spectrofluorimeter (A, = 482 nm, A, =
= 200+ 525 nm). 0 :F | |
s & Q&
0—frssts —— . - . . . SRR
I re | em l Figure 4. aS species interaction with BV-2 after 3h incubation. SIS
400 450 500 950 Different labeled species (monomer, fibril and oligomer) were incubated with BV-2 cells for 3h. After treatment, cells were
Wavelength (nm) washed, fixed and prepared for confocal microscopy. Green fluorescence was quantified per cell, (delimited with actin filaments
in red) as CTCF = integrated density — (cell area * average background intensity). Scale bar: 50 um. 10 cells per frame were
measured. n = 3.
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Figure 5. aS fibrils and oligomers uptake in BV-2 cells. _ Pro .. _
Labeled aS fibrils and oligomers at 0.02 mg/mL were incubated with BV-2 cells for Figure 6. Labeled aS spe_czles mter_aCt with BV-2 cells. _ _
3h. After incubation, cells were washed, fixed and prepared for confocal microscopy. Labeled aS at 0.01 mg/mL were incubated with BV-2 cells for 3h. After incubation, cells were
Z-stacks images were obtained (left) and intensity plots are represented for the red washed, and prepared for flow citometry. A. aS monomer, fibril and oligomer were tested for
and green channels (right). interaction with BV-2 cells. n = 3 B. Ligand binding assay by co-incubating labeled and non
labeled aS fibrils. n = 3 C. Pre-treatment of BV-2 cells with protease K to digest protein
membrane receptors. n = 1 D. Temperature dependace of aS fibrils uptake. n = 1.
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