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Figure S1. Details of cellular and EV samples from D3HI1 and D3H2LN. (A) The amount of
isolated EVs based on particle numbers and protein amounts from D3H1 and D3H2LN in 3
independent replicates. (B) The sum of all lipid species detected in cellular and EV samples. For
EVs, total lipids were normalized by particle numbers (middle) or protein amount (right). The
bars indicate average of the 3 datapoints. (C) Absolute amount of lipids detected from D3H1 EVs,
D3H2LN EVs before subtraction of background and normalization, and mock samples. Some
lipid species were detected in the mock sample which was collected with the medium incubated
without cells and processed correspondingly as EV collection. The mol amount of the detected
individual lipid species in the mock sample was subtracted from the mol of EVs as background

to calculate the actual lipid mol in EVs.
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Figure S2. Comparison of mol percentile of lipid classes between D3H1 and D3H2LN in cells
and EVs. The mol percentile of each lipid classes (the same data with Figure 2A) was depicted in
bar graphs. The error bars depict = SEM of 3 independent replicates. N.D. indicates not detected.
*** p<0.001, ** p<0.01, * p<0.05, Student’s t-test (unpaired, two-tailed)
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Figure S3. Comparison of individual lipid species. (A) Scatter plots of mol percentile of lipids in
D3H1 and D3H2LN. Left: Cells, Right: EVs. The hatched lines indicate the percentage of D3H1
and D3H2LN is the same. (B) List of lipids only detected in EVs from either D3H1 or D3H3LN.
(C) The mol quantities of individual lipid species in cells and EVs of D3H1 and D3H2LN. Error
bars indicate mean £ SEM. N.D. indicates not detected. *** p<0.001, ** p<0.01, * p<0.05,
Student’s t-test (unpaired, two-tailed)



Figure S3. (Continued)
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Figure S3. (Continued)
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Figure S3. (Continued)
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Figure S3. (Continued)

CE in Cells

HexCer in Cells

Cerin Cells

o
hnv.vo
@
2%
pvlv
o0
nv,v
ol
@y
P N
5&»@0
oy&v,v.v
P a
...%\ N
n.»\ ,vo
\&@0
a@ ,vo
\6\@0
%, ,vo
Nv lo le M..W (=] 0
&5 F %
(uysTp wo G /j0wd) spidr
&
Mv.\»
@, 2,
N %
9 ,v,\&s‘mfv
e@,\&o\d&v
%, w&b.so&v
o, \.\wx .my
** 0, %
*¥ a, %,
- a o > ead&
2 e e "o, %
5 x & o,
(ysip wo g1 /jowd) spidi]
i 8

(ystp wo G1/j0wd) spidi]

CEinEVs

,o.
N
=] bmw,vo
z unv,oo
sww,vo
«.&Wo
u@,vo
)
%
o D
2| %,
4
%
)
)
2
ol [
z -
.0
)
a,%
9,
NP
a %
z a 'Vrv
%
3 Q e S %
(sejorued | oL/jowd) spidi
Sta,
W.\
» *¥ % &b.c
= %%,
w N seo&
£ %nV\bQ %,
3 c&.\b\o\d‘,&
m £ éoq
o %, % %,
* %, %,
%, % %,
o, \@sev&w
8 ¢ 8 8 2 ° 0%
(sejoed |, 04/jowd) spidi e&@
4
>
w
£
5]
o
5 z
28§ 8 3 S 35w
(saprped | o1/10wd) spidi

MG in Cells

8 3

(ysip wo g /owd) spidi

MG in EVs

.0

[ S L)

=
- - =) o

(seoiped | o1/jowd) spidi

2



Figure S3. (Continued)
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Figure S4. Phosphorylation levels of PKC proteins in HUVECs and TNBC cell lines. (A)
Immunoblot of time-dependent phosphorylation levels of PKC proteins in HUVECs treated by
EVs from D3H2LN or OAG. HUVECs were incubated with EVs or OAG for the indicated time.
Proteins were detected using the indicated antibodies. The lane labeled with M depicts the loading
marker. (B) Phosphorylation levels of PKC in D3H1 and D3H2LN cell lysates. Proteins were

detected using the indicated antibodies. Blots were detected using a high-sensitive detection dye.
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