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Supplementary Figure S1. Effects of gefitinib treatment on cell viability in A549 cells. Living
cell counting assay of A549 cells treated with gefitinib (0 ~ 10 pM) for 72 h at 37 °C. The data

are the averages (+ SD) of four experiments.
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Supplementary Figure S2. Characterization of EVs. (a) Particle size distribution of HeLa EVs.
(b) NanoSight video frame of HeLLa EVs. (¢c) TEM observation of isolated EVs from HeLa cells.
Scale bar: 50 nm. (d) Western blot analyses showing EVs secreted from HeLa cells. The CD63

and CD81 EV (exosome) marker proteins were detected as described in the Methods section.



(a)

No treatment FITC-dextran-loaded EVs
Plot PO1, ungated o Plot P03, ungated o Plot P03, ungated
(=3 o
1] ]
o o
g 9
[=} o
£ £a
o
S % 8 %
g El “
-1_ v-‘.
|
it 10* 10? 10° 10* - ik gt 10' 10? 10°
55655055 " 75005055 TTT000 305 5000 7050 505
orward Scatter (FSC-HLin) Green Fluorescence (GRN-HLog) Forward Scatter (FSC-HLin) Green Fluorescence (GRN-HLog)
FITC-dextran-loaded EVs
+ 10 nM gefitinib
ok PO, ungated o Plot P03, ungated
& =3
& ]
“ o
o <
5§ g
R o
o
iy € ]
8¢l
3 N
$& o
a ™ o
E
. .
E: o
1000 A3!}0\1 5000 7000 9000 1 ° 10‘ 102 103 104
Forward Scatter (FSC-HLin) Green Fluorescence (GRN-HLog)
No treatment FITC-dextran-loaded EVs
2ol PO, ungated o Plot P03, ungated 2 led o Plot P03, ungated
& ] 8 ]
k g k g
g8 e £§ e
& » & » 8
il 3 ig 2 ]
it 3gi e S g
3 ~ 3 ]
$ 8 o € & o
in ™ (=) ™ (=3
g g
i ] gl ]
E o L o
10° 10" 10° 1w 10° 10° 10! 10° 10° 10°
Forward Scatter (FSC-HLin) Green Fluorescence (GRN-HLog) Forward Scatter (FSC-HLin) Green Fluorescence (GRN-HLog)
FITC-dextran-loaded EVs
+ 10 nM qgefitinib
e o Plot P03, ungated
= (=3
E ]
o o
-~ 54
58 e
F o
] o
o
35 S g
N.
o
(=]
Ef
. 1
& o
mun“ 3000 5000 7000 9000 1 ! 101 102 103 10‘
Forward Scatter (FSC-HLin) Green Fluorescence (GRN-HLog)

Supplementary Figure S3. Effects of gefitinib treatment on cellular uptake of EVs. (a, b) Relative
cellular uptake of FITC-dextran-loaded EVs in HCC827 (a) or A549 cells (b) in the presence or
absence of gefitinib (10 nM) for 24 h at 37 °C using flow cytometry (each right figure) in the
same experimental condition of Figure 2a. Living cells (10,000 cells/sample) were identified

based on forward and side scatter analyses (each left figure).
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Supplementary Figure S4. Effects of gefitinib treatment on cellular uptake of liposomes. (a, b)
Relative cellular uptake of FITC-labeled liposomes in HCC827 (a) or A549 cells (b) in the
presence or absence of gefitinib (10 nM) for 24 h at 37 °C using flow cytometry (each right figure)
in the same experimental condition of Figure 2b. Living cells (10,000 cells/sample) were

identified based on forward and side scatter analyses (each left figure).
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Supplementary Figure S5. Confocal microscopic observation of A549 cells treated with EV's and
liposomes. (a, b) Confocal microscopic observation of A549 cells treated with FITC-dextran-
loaded EVs (a) and FITC-labeled liposomes (b) in the presence or absence of gefitinib (10 nM)
for 24 h at 37 °C.



Supplementary Table S1. 1C,  (uM) of DOX-loaded EVs and liposomes.

Cell line HCC827 A549
Gefitinib 0nM 10 nM 0nM 10 nM
DOX-loaded EVs 0.42 0.08 0.32 0.24
DOX-loaded liposome 0.28 0.95 0.59 0.49




