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STUDY INFORMATION

10 Manuscript title ‘From beads to bedside: calibration to establish reference ranges of extracellular vesicle concentrations in human blood plasma
L1 Corresponding author (Name and Email) |Britta A. Bettin, b.a.bettin@amsterdamumc.nl

L2 |nstitution name ‘Amsterdam UMC, Location University of Amsterdam, Laboratory of Experimental Clinical Chemistry
13 Time period of experiment (years) \2 years \ L4 Number of samples \224

L5 Cargo of interest | [O]Vesicles [ protein [ |RNA [ [DNA [ Jother:

L6Bjospecimentype | [V|Plasma [ [Serum | 17Biospecimen state |Frozen

L8Source of frozen specimens Prepared by the lab | 22 Years of collection (range) |3 days

BLOOD COLLECTION AND PROCESSING

20 patient fasting status | Uncertain \ 21Fasting length (e.g. hours/days) | nl/a

22 Anatomical access site |Peripheral vein, arm \ 23 Needle diameter (e.g. gauge) \Zl-gauge
24Blood volume collected (mL) |6 mL |

23 Plasma anticoagulant [OpTA [ Icitrate [ JHeparin [ Jlother:

26Serum tube type \ —r” Serum clotting time (minutes) |

28 Time between collection and first centrifugation (range in hours) |15 minutes
29 Transport temperature \ Room temp (~22°C)| 210 Transport condition of tubes |Vertical
211 Centrifuge brand and model ‘Rotina 380 R equipped with a swing-out rotor and radius of 155 mm, Hettich Zentrifugen

212 Bucket rotor type \ Swing | 213 Number of centrifugation cycles |Two

214 1t Centrifugation speed (RCF in x g) \2,500 \ 215 15t Rotor brake \ No

2.16 15t Centrifugation temperature | Room temp (~22°C)| 2.17 2nd Centrifugation speed (RCF in x g) | 2,500

2.18 nd Rotor brake \No \ 2.19 2nd Centrifugation temperature \ Room temp (~22°C)

220 Additional After the first centrifugation step plasma was collected 10 mm (determined with a
processing steps |Lego brick) above the buffy coat using a plastic Pasteur pipette. After the second
(e.g. filtration) centrifugation step plasma was collected 10 mm (determined with a Lego brick)

221 storage tubes (brand, type, source, catalog number) \SARSTEDT cryogenic vials, 72.692.005

222 Storage temperature |-80°C | 223 Length of storage (range in years) |2 years

PLASMA/SERUM QUALITY CONTROL

30 Number of freeze-thaw cycles (range) \1

31Thawing temperature |37°C | 32 Thawing duration (minutes) \2 minutes
Hemolysis

33 presence of hemolysis |Yes | 34 Number of samples affected (e.g. <25%, 25-50%) |<10%

35Method used  |Visual inspection | 36RBC count (Median, 95% CI, N) |n/a

37RBC counter brand and type | n/a
38 5pectrophotometry hemoglobin concentration (g/L) |n/a
39 Spectrophotometer brand, model and |,/5

wavelength measured (e.g. 414 nm)
310 Hemolized samples were discarded |Yes
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Platelets

311 presence of platelets |Yes 312 Method used (e.g. Flow Cytometry) | Flow Cytometry

313 Marker(s) used (e.g. CD61, CD41) |CD61-APC (eBiosciences, 17-0619-42)

3.14 Concentration (median, 95% Cl, N) |Median concentration 3.97 -10°5 mL-1, mean concentration 5.1-10"5 mL-1

3.15 platelet counter instrument brand
and type

316 Flow cytometer brand and type A60-Micro, Apogee Flow Systems,

>17 Flow cytometry size and Events with a fluorescence brightness >12,000 MESF APC
fluorescence ranges of detection in |were included to select platelets. The size gate was set from
nanometers and MESF, respectively |min to max.

Lipoproteins

318 presence of lipoproteins |Yes

| 319 Method used (WB, ELISA, FC)

Other: clinical chemistry analyzer, Cobas c502, Roche Diagnostics

320gpectrophotometry L-index \

321gpectrophotometer brand, model and
wavelength measured (e.g. 700 nm)

322\WB Marker(s) used (e.g. Apo B) \

323 Western blot images provided in manuscript? \No

324 Flow cytometry marker(s) used (e.g. ApoB) |

325 Flow cytometry concentration (median, 95% Cl, N) |

326 Flow cytometer brand and type \

327 Flow cytometry size and
fluorescence ranges of detection
in nanometers and MESF,
respectively
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