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Supplementary Figure 1
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Supplementary Figure 1 - Representative images from equal protein (10ng) loading Western blot from
small-scale DGUC fractions. DGUC: density gradient ultracentrifugation; FGB: fibrinogen beta chain

Supplementary Figure 2
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Supplementary Figure 2 - Analysis of 1.13mg/mL iodixanol solution. Representative electron microscopy
image, sample prepared by grid-adsorption method (A) and dynamic light scattering measurement (B) from
control iodixanol solution (~20 w/V%, 1.13g/mL)
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Supplementary figure 3 — Analysis of 3h ultracentrifugation of small-scale DGUC F6. Average of protein
content (A), representative electron microscopy image, sample prepared by grid-adsorption method (B) and
evaluation of Western blots (C) of 3h UC pellet (P6) compared to corresponding DGUC F6. Evaluation (C) and
representative images (D) from Western blot comparison of F6 to P6. Equal protein loading Western blot of F6,
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P6 and S6 (D; n=3). Data are expressed as mean =+ standard error of mean. DGUC: density gradient
ultracentrifugation; F: fraction; P6: pellet from F6; S6: supernatant from F6; FGB: fibrinogen beta chain
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Supplementary figure 4 — Analysis of eluted CIP fractions from Capto Core 700 column. Average of
protein content (A) of eluted CIP fractions. Representative Western blot images from CIP5-15 and DGUC F7
(B; n=2). Data are expressed as mean + standard error of mean. CIP: cleaning-in-place; DGUC: density
gradient ultracentrifugation; F: fraction; FGB: fibrinogen beta chain



Supplementary Figure 5
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Supplementary figure 5 — Analysis of Exo-Spin™ column-based EV-isolation from small-scale DGUC F5-
7. Average of protein content (A) and representative Western blot images (B) of Exo-Spin™ isolation compared
to corresponding DGUC F5-7. Data are expressed as mean = standard error of mean. ES: Exo-Spin fration;
DGUC: density gradient ultracentrifugation; F: fraction; FGB: fibrinogen beta chain
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A
35
g’so ;
= 25 -
c
L 50
c
S 15
5 10 |
S
o
F1 F2 F3 F4 F5 F6 F7 F8 F9 F10
B C
F1 F2 F3 F4 F5 F6 F7 F8 F9 F10 F1 F2 F3 F4 F5 F6 F7 F8 F9 F10
100kDa | - | Alix | - |
50kDa | - | Tsgio1 | — - — |
25kDa | - — | cps1 Pr——
25kDa | — | ApoAl | T |
500kDa |*=== v amn G e Apo B100 |« — - —
250kDa [~ - — Yo - YT J [ ——— p—
67kDa | - — | Albumin | - |
55kDa | ——emw — —| FGB | —_—— ]
—e—Tsgl01 —e—Alix ——CD81 —e—Tsgl01 —e—Alix ——CD81
—e—Apo B48 Apo B100 —e—Apo Al —e—Apo B48 Apo B100 —e—Apo Al
< 80 7 ——Albumin FGB S 80 1 —«—Albumin FGB
2 60 - 2 60 A
(2] n
c c
[¢] (]
€ 40 - € 40 -
(] (]
2 >
2 20 4 2 20 4
K 2 4
@ ‘ @
0 — | S| — —  — — — o - 0 -—s.e—\.é—\_é—k.—.:.
F1 F2 F3 F4 F5 F6 F7 F8 F9 F10 F1 F2 F3 F4 F5 F6 F7 F8 F9 F10

Supplementary figure 6 — Comparison of EV isolation from fresh and frozen plasma by large-scale
DGUC (Type 70.1 rotor) Average of protein content of fresh and frozen (data from Fig.3. C) samples (A) and
representative Western blot images of frozen (data from Fig.3 C and D) (B), and fresh (C) EV isolates by large-
scale DGUC. Data are expressed as mean + standard error of mean. DGUC: density gradient
ultracentrifugation; F: fraction; FGB: fibrinogen beta chain



