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Figure 1: OMLP-PCs were cultured in type I collagen lattices and cell status was
assessed over 72 hrs. The diameter of lattice reduced over the initial 24 hr period
indicating that the cells were viable and had attached to the surrounding 3D matrix (A).
Cells were stained with Phalloidin-Atto-594 and a Laser scanning confocal microscope
was used to capture confocal images. Cells could be observed spreading out
extensively within the matrix indicating viable cells after 72 hrs; nuclei = blue, actin =
red (B). Images of cells were captured using a microscope equipped with a digital
camera at 24 hrs (C), 72 hrs (D) and 120 hrs (E). Cells visualized under the light
microscope demonstrated spindle like morphologies as expected for cells within a 3D

matrix.
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Figure 2: After 72 hrs of culture under 2D or 3D conditions, there was no significant
difference in cell viability (A; P>0:05) or cell number (B; P>0.05) between monolayer
(2D) and collagen lattice (3D). Mean + SD.
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Figure 3: The size and concentration of particles derived from 3D and 2D cultures
were assessed by NTA. (A) Particle concentration of EVs derived from 3D culture
was significantly greater (**P<0.01) than that derived from 2D culture. (B) For both
2D and 3D cultures the particle mode size was in the range of 30-150 nm. Mean *
SD.



[ Sample Name SubsetName | Count E Sample Name [Subset Name | Count
1ok o q 5120 Beads » Eva + GBS FTC foi{ Beads | 10006 10k I 830 besss + Evs +CODPE RS [Bensnd | 10002
A A 1 20_Beads + Evs + CDB1 FITC fesc] Beads 10001 B I\ 30_Bewds + Ev +1g61 FITC o] Beads 10002
1]20_Besds + Evs + 1961 FITC fes | Beads | 100021 I [5[20_8eads + evstes Beads 10006
€00 = |E5]20_8eads + Evs st Beads'| 100021 > s |
> =
[ o |
L o | D w0 |
) AN £ |
£ \ s |
[ 5 ] ‘
< a |
o |
2001 200 |
|
\
e T r ml -\ T T T T o / \
2 3 5 = T v T T T
10 [ 10 10 10 10 [ 10 10 10°
FITC-A PEA
2] TUBE NAME ‘Count | TUBE NAWE Count
i COEIFITCE | 99990 1ok W cos peD | 100009
10k C | cos1 FiTco %960 D [ L1196t PEC_ | el
1] 1961 FITCE | 9996 “ 1] Beads + EVs | 9998
IC) Beads + EVsT. 99990 > &0 |1
> % J [ | |
5 3 ‘
- D oo~ l i
T [ £ ‘
£ ‘ @ | w‘
s |
o 40 4 | g o0 o
o |
|| \
20 o | 20 - [\
Y |
\ \
0 \ . )
T T ™ T T T T T = T T T T T T T T T
0 3 10 10 10 - [} 10° 0 10°
FITC-A PE-A

Figure 4: Flow cytometry demonstrated that SEVs isolated from 3D (A&B) and 2D
(C&D) cultures were positive for the tetraspannins CD9, CD81 and CD63.
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Figure 5: Proliferation of skin fibroblasts when cultured with or without SEVs derived
from 2D or 3D cultures as determined by a MTT assay. The results demonstrated
that at day 5, growth in the presence of 3D exosomes was decreased compared to 2D
(*P<0.05, **P<0.01). Mean * SD.



