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Figure S1. Cell viability of (A) M0 and (B) M1 cells after treatment with SM, DHA, Cer or PA for 48 h. M0 and M1-macrophages were
treated with increasing concentrations (10-200 pM) of SM, DHA, Cer, or PA. After 48 h, the cell viability was assessed by MTS assay.
The data represent the mean + SEM of 6 independent experiments. All p-values were compared to the respective control cells using
Two-way ANOVA test. * p < 0.0272; **** p <0.0001.

Int. J. Mol. Sci. 2022, 23, 4240. https://doi.org/10.3390/ijms23084240

www.mdpi.com/journal/ijms



Int. ]. Mol. Sci. 2022, 23, 4240

20f3

A
BMDM *x
150 Sk dex
xK
kkkk
Kk
Kkkk T x
= === DHA
& 100 == S
Iy = Cer
B = PA
& == Control
S Contro!
2 Al
& 50
0-
OQOoWOO COOWOO QOO0 COOWOD CODWOo
TOONOD TOVNOL TOOLNOB TOVNOWY \—COMF-‘O_K‘_)(u )
C . D
2.0_ *hkkk 4_
*
*
*
1.5 3
i
E E
e o
=II 10_ =I| 2_'
g g
0.5 1
0.0- 0-
o o < o o N < o
S £ & 5 & < S £ § 3 &0 g
(tl + O [ & ¥ O =)
= S 4 Z = S 4 gz
= g = g

BMDM :
BMDM
+|L-4/13
43 ym

BMDM : .
+|L-4/13 e,
+PA ‘d

40pm_ Sl
BMDM
+1L-4/13 :
+SM "

ET 73Apm
BMDM :
+IL-4/13 1 4 ] s
+Cer A e o
BMDM
+1L-4/13
+DHA

40 ym 38 pm

Figure S2. Response of bone marrow derived macrophages (BMDMSs) towards lipids. (A) Cell viability of BMDMs after treatment
with increasing concentrations (10-150 puM) of SM, DHA, Cer, or PA. After 48 h, the cell viability was assessed by MTS assay. The
data represent the mean + SD of one representative experiment. All p values were compared to control cells by two-way ANOVA
and the Bonferroni’s post hoc test. (B) Representative morphological appearance of control and IL-4/13 polarized BMDMs, in the
absence or presence of 10 uM DHA, 30 uM PA, 30 uM SM, or 30 uM Cer. The M2 and M1 cytokines IL-10 (C) and IL-12 (D),
respectively, were quantified in supernatants of IL-4/13-polarized BMDM cells treated with lipids by ELISA. The data represent the
mean + SD. All p values were compared to control cells by unpaired t test. * p < 0.05; ** p < 0.01, **** p < 0.0001.
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Figure S3. Expression of NF-kB (red) and -actin (green) protein in 4T1 cells treated with (A) 30 uM PA, 30 uM SM, 30 uM Cer or 10
uM DHA, or (B) CM+ 30 uM PA, 30 uM SM, 30 uM Cer or 10 uM DHA by western blot labeling. The signal intensities of the NF-«xB
and B-actin bands were quantified using Image] software. The NF-«B signal is displayed relative to the signal obtained for -actin.



