TSG101, ALIX, GM130 ) ALIX

220
120 ALIX kDa: 100
GM130 kDa: 130 100

ALIX kDa: 100 80

60

50

T5G101 kDa: 44 40

30

20

! zzzgp
§ £ 2E3T 2% BB g
Q. [}
828338 g8 285"
= 2w o =z o uwu o N ===

o3 9 53 %2 oo
3 = 3 - Uy [V Y]
8 h =T a2 5 =5 TE R
T £ M T S m g
T 5327 35 °% g6 ¢
s F o v 3 ¢ D 23 2
23 35S T 32 3 s o
T a g == 2 = 3
ey o 7 2 & =
- (1]
3 o
c HSPA8 !
HSP90AB1
HSPY0AA1 08 @
HSPA4 e
PDCD6IP (ALIX) B
FLOT2 0.6 ®
| |CD9 2
FLOT1 = e
| TSG101 04 2
= | |CcD63 2
. Bl [ | |cDs1 A
GOLGA2 (GM130) 02 @
RREEE
SRERTRE 0
—t b -, NNN . .
SaaPPOocoo [1] = Missing
333000
FEEEEE
ssinngtil
T T mmm
mmm
e 3

S
S,
S

Figure S1: Small-EV characterisation western blot original blots: Original western blots of small-EV
characterisation for HCT116, HT29 and SW620 cell lines using biomarkers TSG101, ALIX and GM130.
(A) Shows the western blot for TSG101, ALIX and GM130 in small-EVs in both filtered and unfiltered
samples. Filtered and unfiltered samples were being compared in isolation method establishment
before settling on unfiltered small-EVs (image cropped accordingly in Figure 1B). Positive bands can
be observed for TSG101 and ALIX in small-EVs (10ug loaded) in all cell lines and as expected, no bands
are seen for small-EVs for GM130. A positive band for the HT29 cell lysate control is seen in TSG101
and GM130 when 10ug of protein is loaded. This is however not the case for ALIX with 10ug of protein.
(B) Further ALIX blotting of the HT29 cell lysate control with larger amounts of protein show positive
band for the cell lysate control from 40ug and 60ug protein. Unable to obtain such large amounts of
protein for small-EVs although positive band noted at 10ug small-EV loading (Figure S1A). The image
was cropped accordingly for use in Figure 1B. (C) Relative abundance of typical EV markers as well as
the negative marker GOLGA2 as determined with mass spectrometry. Relative abundances are scaled
to the sample with maximum abundance for each protein.




