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Supplemental Material I.:

description of short motor tasks applied in quantitative motor testing

The PASS-MS protocol includes stance,! comfortable and maximum speed walk,?3 tandem
walk, steeping in place, stand-up-and-sit, pronator drift test, finger nose test, finger tapping,

a pointing task, line tracking task and trunk stability.

Supplemental Material Il.:

list of parameters routinely obtained at each visit

sodium (mmol/l), potassium (mmol/l), calcium (mmol/I), chlorid (mmol/l), aspartate
transaminase (U/l), alanine transaminase (U/l), gamma-GT (U/I), cell counts, uric acid
(mg/dl), creatinin (mg/dl), total bilirubin (mg/dl), glucose (mg/dl), total cholesterol (mg/dl),
high density lipoproteinn (mg/dl), low density lipoprotein (mg/dl), urea (mg/dl), CRP (mg/l),

HbA1c (%), thyroid gland stimulating hormone basal (mU/I), insuline (mU/l) measurements.

Supplemental Material lll.:
Standard operating procedures for the processing and storage of blood biosamples

1. Liquid biopsy (cell-free plasma)

Materials
e 2 ml DNase-free cryovials
e 15 ml DNase-free tubes
e Blood collection tubes (Vacuette® EDTA)
Procedure
e Centrifuge 9 ml of EDTA-blood at 2,000 x g for 7 min at room temperature
(RT)
e Transfer the plasma into a new DNase-free tube (15 ml)
e Centrifuge at 3,000 x g for 10 min at RT
e Aliquot the cell-free plasma into 2 ml DNase-free cryovials, and store at -80°C

2. Serum collection

Procedure
e Blood (Vacuette ® Z Serum Sep Clot Activator) are stored at RT in the dark for
30 minutes in an upright position
e After coagulation, blood samples are centrifuged at 2,000 x g for 10 min at RT
e Aliquot the yellowish supernatant (serum) into cryovials, and store at -80°C

3. Plasma collection
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Procedure

Centrifuge 6 ml of EDTA-blood at 2,000 x g for 10 min at room temperature
(RT)
Aliquot plasma samples into 2 ml cryovials, and store at -80°C

4. Isolation of peripheral blood mononuclear cells (PBMCs)
Materials
e Biocoll (density = 1.077 g/ml)
e PBS, without Ca?*/Mg?*
e Washing medium (RPMI medium containing 5% fetal calf serum (FCS) and 1%
HEPES)
e Freezing medium (freshly prepared, RPMI medium containing 40% FCS, 1%
HEPES and 10% DMSO (Sigma #A3972)
Procedure

Fill two 50 ml Falcon tubes with 15 ml Biocoll each

Mix 27 ml heparinized whole blood (Vacuette® LH Lithium Heparin Sep) with
23 ml PBS

Carefully layer 25 ml of blood mixture onto Biocoll

Centrifuge at 790 x g at RT for 20 min (without breaking)

Transfer the leucocyte layer (the white layer between plasma and Biocoll) into
new 50 ml Falcon tube containing 50 ml PBS

Centrifuge at 400 x g at RT for 10 min (with breaking)

Discard the supernatant, then resuspend the cell pellet in 10 ml washing
medium.

Count the cells.

Centrifuge at 260 x g at RT for 10 min (with breaking)

Resuspend the cell pellet in freezing medium at the concentration of 5x10°
cells/ml

Place the aliquots in Mr. Frosty™ freezing container and store at -80°C
overnight

Transfer the aliquot to liquid nitrogen tank

5. Fixed-whole blood (for mass cytometry)

Materials

Proteomic stabilizer (PROT1, Smart Tube Inc.)

Procedure

Transfer 500 ul whole blood (EDTA) into 1.5 ml Eppi
Add 700 pl PROT1 buffer, mix and incubate at RT for 12 min
Immediately store at -80°C
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