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Supplementary Figure S1. Whole Western blots from Figure 1a
Full-length Western blots of AMIGOZ2 (A) and B-actin (B) in Figure 1a. Both blots
represented unprocessed original image data, and the cropped area is shown in
Figure 1a. AMIGO2 bands of membrane A was stripped by treatment with WB
stripping Solution (05364-55, Nacalai Tesqe, Japan) and reproved with anti-B-actin

antibody for confirmation of equivalence of the loading protein in each lane.
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Supplementary Figure S2. Whole Western blots from Figure 1c
Whole gel images of Western blots of CD9 (A) and CD63 (B), which are typical EV
markers in Figure 1c. Both blots represented unprocessed original image data,

and the cropped area is shown in Figure 1c.
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Supplementary Figure S3. Whole western blots from Figure 1d
Full-length Western blots of AMIGO2 in EVs obtained from cancer cells in Figure

1d. The membrane blots represented unprocessed original image data, and the

cropped area is shown in Figure 1d.
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Supplementary Figure S4. Whole western blots from Figure 2c
Whole gel images for Western blots of AMIGOZ2 and B-actin in Figure 2c. The
membrane A represented unprocessed original image data, and membrane B
was changed brightness of whole membrane A using imageJ (version 1.53,
National Institutes of Health, USA) and the cropped area is shown in Figure 2c.
AMIGO2 bands of membrane B was stripped by treatment with WB stripping
Solution (Nacalai Tesqe, Japan) and reproved with anti-B-actin antibody for

confirmation of equivalence of the loading protein in each lane.
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Supplementary Figure S5. Relative levels of AMIGO2 protein
(A) Western blot analysis showing increased AMIGO2 expression in A1 EV-
treated HHSECs compared to untreated or E2 EV-treated cells.

(B) The relative protein expression level of AMIGO2 was quantified

using ImagedJ (version 1.53, National Institutes of Health, USA). Each bar
represents the mean + standard deviation of three independent experiments

with similar results. *P < 0.05 (Student’s t-test).
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Supplementary Figure S6. Whole Western blots from Figure 3b
Full-length Western blots of AMIGO2 (A) in cancer cells and B-actin (B) in Figure
3b. Both blots represented unprocessed original image data, and the cropped area
is shown in Figure 3b. AMIGO2 bands of membrane A was stripped by treatment
with WB stripping Solution (Nacalai Tesqe, Japan) and reproved with anti-B-actin

antibody for confirmation of equivalence of the loading protein in each lane.



Supplementary Figure S7
Oh

Untreated

MKN-28 EV

E1EV

E2 EV

A1EV

A2 EV

Supplementary Figure S7. Typical data of wound-healing assay.
At 0 h and 15 h after treatment of HHSECs with EVs, the scratched was observed
using a phase-contrast microscope (BZ-X710, Keyence). Scratched area was
quantified using Imaged (version 1.53, National Institutes of Health, Bethesda,
MD, USA).
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Supplementary Figure S8. Adhesion of MKN-28 cells onto HHSECs
transfected with AMIGO2 plasmids.

HHSECs were transiently transfected with AMIGOZ2 or empty plasmids
respectively. The adhesion of MKN-28 cells to HHSECs was increased compared
to HHSECs transfected with empty plasmids. Each bar represents the mean *

standard deviation (n=5). *P < 0.05 (Student’s t-test).
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Supplementary Figure S9. Colocalization of AMIGO2 and EVs.
Colocalization of AMIGOZ2(green) and EVs(red) was observed in HHSECs treated
with AMIGOZ2-containing EVs using microscopy (BZ-X710, Keyence).



