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Figure S1. Thawing of EVs at different temperatures. (A) The total EV concentration in all samples
after three cycles of freezing and thawing in three different temperatures including RT around 21
°C, 4 °C and on ice. (B) Size distribution curve of samples thawed at RT after 3 cycles. (C) Size
distribution curve of samples thawed on ice after 3 cycles. Significance calculated by ANOVA and
is illustrated as follows: ***P <.001.
Recovery of Doxorubicin Viability Assay e
A after electroporation at different settings B of electroporated doxorubicin: 48h C Purification

Fold difference compared to doxorubicin

15 100
B Mode 9
> o 7 =3 Mode 1 >
o 8 o 2
>3 £ .5 = Mode 2 2
95 g 8 50
i (&) (4
® o T 0.0 ES
B 5
w
-0.54
10— T 1 T 1 0
o o
SO S8 S8
oV O N VS RN q&\ﬂ‘ Qo‘ﬁ
Concentration & ‘59‘
QO

Figure S2. Removal and effect of unbound doxorubicin (A) The recovery of naked doxorubicin was
determined by fluorometer post-electroporation in different conditions. (B) In vitro viability assay
demonstrating the altered potency of naked doxorubicin post-electroporation in different condi-
tions. Represented in fold change to untreated naked doxorubicin. (C) The effective removal of na-
ked doxorubicin after loading according to the optimized protocol in absence of EVs, by size exclu-
sion chromatography and subsequently ultrafiltration.
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Figure S3. Quantification of doxorubicin. A concentration curve illustrating the relationship be-
tween the fluorescent readout and the concentration of doxorubicin, demonstrating a linear rela-
tionship within the visualised range.



