Supplemental Figure ST

A.

EC - Morphine 1uM

EC - Morphine 10pM

EC - Morphine 25uM

¢
F K F
o o o
g H :
g 2 g N
H H H i
wh
é o o watidBoe dibdain o e B oo o coetataon dttiltete o 0eo 1o o o o
2 ; 7 2 I3 3 3 7
log2(fold change) log2(fold change) log2(fold change)
EC - Morphine 50uM EC - Morphine 100uM
3. T A . Expresson
g ¢ 2 § o - 4 change
2 o LJARET Y H < & oonm
L . 2 . .
H vk LS g ; "
2 MY ° s v
g 3 'f s, 2 e
T s 12 ‘e Py TS
R o b N
*oe A
Y Bk
b . nl ",~.
. o o v o o
3 T I3 T 7 2 ;
log2(fold change) log2(fold change)
EV - Morphine 1uM EV - Morphine 10uM EV - Morphine 25uM
3 3 3
20 20 20
2 5 2
2 2 2
3 3 3
2 2 3
= = 1
5 H E
. Mg : o . S ool N .y S
. ‘o Sa ' FEIOPRI. . o "
o - v rmatinie__ibatBe.. o o o . M e o
2 T : 7 7 2 T S T 2
EV - Morphine 100uM EV - Morphine 50uM
L e
i 3 ‘. e
£ H 3 e "
-7 s v
2
- . .
c el X2y B
e ® » ol b 2% *, 5 ey
ol 8 e ,Mx@:.' , &
T T

o
log2(fold change)

3
log2(fold change)

Figure S1. Volcano plots. (A) Volcano plots displaying quantified proteins from morphine-
treated human brain endothelial cells at 1, 10, 25, 50 and 100uM and (B) from EVs released

by morphine-treated human brain endothelial cells. Grey dots correspond to proteins which



are not differentially expressed. Green dots correspond to downregulated proteins. Pink dots
correspond to upregulated proteins. Horizontal dot line represents cut at —logi(p-value) =
1.33 as p-value = 0.05. Vertical dot lines represent cut at logz(fold-change) = —-0.26 and 0.26

as fold change is set at 1.2.



Supplemental Figure S2

A. B.

C. M1 HBMECs M1 EVs

10 28

(26.3%) (73.7%)




M10 HBMECs M10 EVs

0
0%)
M25 HBMECs M25 EVs
70
(48.3%)
M50 HBMECs M50 EVs

64
(21.5%)



G. M100 HBMECs M100 EVs

174 91 58

(53.9%) (28.2%) (18%)

Figure S2. Venn diagrams of quantified proteins in (A) in HBMECs for morphine condition at
1,10, 25, 50 and 100 uM, (B) derived EVs for morphine condition at 1, 10, 25, 50 and 100 uM,
(C) HBMECs and derived EVs for morphine condition at 1 uM, (D) at 10 uM, (E) at 25 uM, (F)
50 M and (G) at 100 pM. Venn diagrams were created with
https://bioinfogp.cnb.csic.es/tools/venny/index.html and

https://bioinformatics.psb.ugent.be/webtools/Venn/.



