Figure S1

A RAW264.7 B
BafA1 16 h BafA11.5h
010 30 50 70 90 0 10 30 50 70 90 DHA[uM] 015 37 9 24 015 3 7 9 24 amlhours]
|0ngexp_‘ - ~-—---‘g8§/m1 long exp. | =) L b B ] SQSTMH
short exp.‘ R —— -,..———-—“SQSTM1
short exp.‘ o ‘ SQSTM1 ‘ ‘
—re—— - - HMOX1
‘ e —— e e e e ‘HMOX1 [Cr=r=r = ==v=v=c=v=="]MAPK1/3
‘“— ‘ACTB
D RAW264.7
C MDM soluble insoluble
125 5 75 10 1 25 5 7.5 10 gx1000
0 3 6 24 48 DHA[hours] Hmw
[ s pmmy = |SQSTM1 long ex"-‘* | P‘Hﬁﬂ‘soswn
\ sse—=  |HMOXI short exp.‘ B ————— ‘ SQSTMH
o wrg w—
= | —
—_— |cox4lt e o A._.‘ ACTB
E MDM
Control  SQSTM1 s
SiRNA  siRNA = W Control SiRNA
T+ - + DHA g 1.2 4 1SQSTM1 siRNA
Hmw
short exp., SQSTM1 %0'8
cox4l o 06
—| —— S04
£
S 0.2
3
F ARPE-19 a
SQSTM1 Ab: BD Santa Cruz Abnova Abcam Progen
KDa - -+ -+ -4+ -+ DHA+BafA1
100 [ ol . [P ——y |-

% "‘i‘_ Wi T e e e b SQSTMI1

Figure $1. SQSTM1 protein level and modifications are induced by DHA. Immunobilot (IB) analysis of RAW 264.7 cells treated with (A) the indicated
concentrations of DHA with and without BafA1 (100 nM) for 16 h or (B) DHA (70 uM) for the indicated time points and BafA1 for the last 1.5 h. Hmw SQSTM1
was visualized by long exposure (exp). (C) IB analysis of MDMs treated with DHA (70 puM) for the indicated time points. (D) IB analysis of SQSTM1 in
RAW264.7 cells treated with DHA and BafA1 for 16 h. Soluble and insoluble fractions were separated with increasing centrifugation speed. (E) IB analysis of
SQSTM1 in MDMs transfected with SQSTM1 siRNA and stimulated with DHA for 16 h. Hmw SQSTM1 was detected by long exposure (exp). Quantification of

n=3 (right). (F) IB analysis with the indicated SQSTM1 antibodies in ARPE-19 cells treated with DHA and BafA1 for 16 h. Arrows represent slow migrating
SQSTM1. Related to Figure 1 and 2.
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Figure S2. DHA affects IRF signaling. (A) ELISA of CXCL10 levels in MDMs treated with DHA for 16 h and LPS for 3 h. Shown is a representative result of 3
independent experiments (mean + SD of duplicates). (B) QRT-PCR-analysis of Cxc/10 or Tnfin RAW264.7 cells treated with DHA, OA or AA for 16 h and LPS
for 3 h, mean fold change + SEM, n=3 (**p<0.01, repeated-measures ANOVA with Dunnett’s). (C) QRT-PCR analysis of TNF in MDMs treated with DHA for 16 h
and LPS for 2 h or 4 h, mean fold change + SEM, n=5. (D) QRT-PCR analysis of CXCL70 in MDMs treated with DHA for 16 h and pU (1 pg/ml, complexed to
pL-Arg) or p(l:C) (1 pg/ml, transfected) for 3 h, mean fold change + SEM, n=5 (Wilcoxon matched-pairs signet rank test, one-tailed). (E) IB analysis of
phosphorylated NFKB2 (Ser933) in MDMs treated with DHA for 16 h and LPS for 1 h, mean fold change + SEM, n=5 (Wilcoxon matched-pairs signet rank test,
one-tailed). (F) IB analysis and quantification (right) of phosphorylated IRF3, RELA and STAT1 in RAW264.7 cells treated with DHA, OA or AA for 16 h and LPS
for 3 h, mean fold change + SEM, n=3 (**p<0.01, repeated-measures ANOVA with Dunnett’s). (G) QRT-PCR analysis of CXCL10 in MDMs treated with anti-
IFNAR1 (1 pg/ml) or control antibody, DHA for 16 h and LPS for 3 h, mean fold change + SEM, n=4. (H) QRT-PCR analysis of CXCL10 in MDMs treated with L-
sulforaphane (L-Sulf; 25 uM) for 4 or 6 h and LPS for the last 4 h, mean fold change + SEM, n=5 (**p<0.01,Friedman test with Dunn’s) (I) Immunostaining for
IRF1 and SQSTM1 in MDMs treated with DHA for 16 h and LPS for 2 h (scale bars: 10 um). Images were analyzed by CellProfiler 2.2 (panel below) for mean
intensity of nuclear IRF1 staining, mean number of SQSTM1/p62-bodies per cell, mean area of SQSTM1/p62-bodies and maximum radius of SQSTM1/p62-
bodies, >150 cells/condition/donor (n=6), mean + SEM (**p<0.01, *p<0.05, Friedman test with Dunn’s). Related to Figure 3 and 4.
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Figure $3. Binding partners in SQSTM1/p62-bodies. (A) Insoluble fractions were prepared from RAW264.7 cells treated with DHA with or without BafA1 for
16 h and subjected to MS analysis. Proteins that increased by DHA supplementation in both control cells and BafA1-treated cells were considered as DHA
specifically enriched. Cut-off was set at a 3-fold increase by DHA in control cells. The proteins are displayed according to maximum levels in DHA- and BafA1-
treated samples. Score values are shown. (B) IP of SQSTM1 from RAW264.7 cells treated with DHA for 16 h and analysis by MS. Proteins shown were
detected 10 times over background and increased by DHA in 3 independent experiments. Score values of 1 representative experiment are shown, (PSM,
peptide-spectrum match). (C) Immunostaining for TAX1BP1 and TNFAIP3 in MDMs treated with vehicle or DHA for 24 h (scale bars: 10 ym). (D) QRT-PCR
analysis of NQO7 mRNA in control or SQSTM7 knockdown MDMs with vehicle or DHA and LPS, n=5 (*p<0.05, Friedman test with Dunn’s). (E) IB analysis and
(F) quantification of MDMs treated with TAX71BP1 or TNFAIP3 siRNA (protein levels) and KEAP1 siRNA (mRNA levels). (G) QRT-PCR analysis of NFE2L2
target gene mRNA in control or KEAP1 knockdown MDMs, n=3 (*p<0.05, one-sample t-test). (H) QRT-PCR analysis of CXCL10 in TAX1BP1 or TNFAIP3
siRNA-transfected MDMs treated with DHA for 16 h and LPS for 3 h, n=5 (*p<0.05, Friedman test with Dunn’s). (I) Comparison of the downregulating effect of
DHA in control or TAX1BP1 or TNFAIP3 siRNA-treated MDMs from (H) (Mann Whitney test). Related to Figure 5.





