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Double immunofluorescence staining of FtMt and LC3 on
midbrain tissue of the patient with PSP

N

Z-stack images of FtMt and LC3 immunoreactivity were acquired
(20-25 stacks of images for each marker with a voxel size of 0.12

pm)

~
Rendering of LC3/FtMt 3D model using IMARIS

e Surface area detail level (grain size) was set at 0.24 pm, with an
upper background subtraction of 0904 uym and a lower
background subtraction threshold value of 10

® Export output as .vrml|2.0 format

-

Rendered LC3/FtMt 3D model imported to MeshLab
e Imported as .wrl format

~

Simplification procedure

CD simplification procedure

QECD simplification procedure

® \ertices were collapsed and ® \ertices were collapsed

discretized according to the grid
size enveloping the meshes; grid
size of 25%, 50%, and 75% with a
world unit of 0.11479, 0.22958, and

according to the desired final
size of the mesh

® The quality threshold to penalize
bad shape faces were set at <0.5

e Boundary preserving weight
was set as the default

0.34438, respectively

~

Mesh treatment on post-simplification procedure

e Non-manifold edges and vertices were removed

¢ 30-100 edges composing the hole boundary were set to be the maximum size to be
closed. A non-deterministic (NP) approach was implemented to hinder
self-intersecting faces

The number of faces and vertices for the LC3 and FtMt 3D models
were identified across the CD and QECD simplification procedures

Volume and surface area for LC3 and FtMt 3D models were
quantitated across the CD and QECD simplification procedures

o Utilized the "Compute Geometric Measure" function

Shader was applied to the LC3/FtMt model to assist in presenting the
colocalization model

Figure S1. Flowchart of the current protocol to analyze and visualize 3D immunofluorescence signal using
IMARIS and MeshLab. IMARIS 8 (v8.1, Bitplane) was utilized to render the 3D model with the specified

parameters. IMARIS generated. vrml2.0 as the output format and converted it to.wrl in order to be



compatible with MeshLab (v2021.07), which was used to perform subsequent simplification procedures. The
simplification procedure may generate non-manifold edges and vertices, hindering the capability to quantify
the 3D model. Consequently, some protocols were put into place to obtain a simplified 3D model devoid of
these features. An X-ray shader was applied to facilitate the visualization of immunofluorescence signal col-

ocalization.



