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[image: C:\Users\star4\AppData\Local\Microsoft\Windows\INetCache\Content.Word\sFig1.tif]Figure S1. Ezetimibe induces autophagy and TFEB nuclear translocation via the AMPK pathway. (A) Cellular ATP levels in HepG2 cells in the presence or absence of 50 μM ezetimibe for 2 h. PA, 0.2 mM palmitate, n = 3. *P<0.05. (B) Immunoblots for AMPK (PRKAA1/2) in primary hepatocytes transfected with a control scramble siRNA or siRNA targeting PRKAA1/2. (C) Immunoblot analysis in Prkaa1/2+/+ and prkaa1/2-/- MEFs in the presence or absence of 20 μM ezetimibe for 16 h. n = 3-5. (D) Representative fluorescence microscopy images of mRFP-GFP-LC3 puncta formation in Prkaa1/2+/+ or prkaa1/2-/- MEFs in the presence of absence of 20 μM ezetimibe for 2 h. Scale bars: 20 μm. The number of autolysosomes (red puncta) per cell (n = 20) was counted. ***P<0.001. (E) Gene expression of various autophagic markers in Prkaa1/2+/+ MEFs, PRKA knockdown HepG2 cells, or knockout MEFs in response to 20 μM ezetimibe or DMSO (control) for 16 h. n = 5-7. *P<0.05 and **P<0.01. (F) Fluorescence microscopy images of Prkaa1/2+/+ or prkaa1/2-/- MEFs transfected with Flag-TFEB and treated with 20 μM ezetimibe or DMSO (control) for 2 h. Scale bars: 20 μm. The percentage of cells (n = 30 per group) with nuclear TFEB is presented. 
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Figure S2. Ezetimibe induces TFEB nuclear translocation, independent of a PRKC pathway. HepG2 cells treated with or without 50 μM ezetimibe for 2 h in the absence or presence of 20 μM PRKC inhibitor for 2 h were subjected to immunoblotting. n = 3-5. 
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Figure S3. Macrophages have NPC1L1 expression. NPC1L1 mRNA expression in the indicated cell lines. n = 3.
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Figure S4. Ezetimibe increases autophagy in primary peritoneal macrophages. Immunoblot assay in primary peritoneal macrophages treated with 25 μM ezetimibe or DMSO (control) for 16 h in the presence or absence of 25 nM bafilomycin A1 (Bafilo) for 2 h. LC3 net flux was assessed by subtracting the amount of LC3B-II in the absence of Bafilo from the amount of LC3B-II in the presence of Bafilo for each of the conditions and graphically displayed. *P<0.05. n = 3-5. 
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Figure S5. Ezetimibe decreases IL1B release from macrophages. ELISA assays of IL1B levels from primary peritoneal macrophages cultured with 0.2 mM palmitate (PA) treatment for 16 h with or without pre-treatment with 25 μM ezetimibe or 25 nM bafilomycin A1 (Bafilo) for 16 h. n = 5-7. *P<0.05, **P<0.01, and ***P<0.001.
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Figure S6. A schematic illustration showing the extracellular vesicle exposure experiment. Hepatocytes treated with palmitate release extracellular vesicles (EVs). After centrifuging to remove particles, the EVs are added to macrophages, then washed off, replaced with fresh medium, and the macrophages are analyzed.
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Figure S7. Representative sections of the liver from chow diet-fed GFP-LC3 transgenic mice treated with vehicle or ezetimibe (10 mg/kg) daily for 3 days. Scale bars: 20 μm. n=3 per group.
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Figure S8. Ezetimibe ameliorates steatohepatitis in liver-specific Atg7 haploinsufficient mice. (A) Liver weights of liver-specific Atg7 haploinsufficient mice. n = 10 per group. *P<0.05. (B) H&E and Masson’s trichrome staining of liver sections from liver-specific Atg7 haploinsufficient mice. Scale bars: 25 μm. (C) Hepatic triglycerides (TG), serum levels of GPT and GOT, and hepatic hydroxyproline. n = 10 per group. *P<0.05 and **P<0.01. (D) Livers from liver-specific Atg7 haploinsufficient mice treated with vehicle or ezetimibe (10 mg/kg/day) for 4 weeks were subjected to immunoblotting. (E) IL1B expression of liver tissues from liver-specific Atg7 haploinsufficient mice was determined by real-time PCR. n = 10 per group. *P<0.05. (F) Inflammasome-related proteins in haploinsufficient mouse livers were determined by immunoblot. (G) ELISA assays of serum IL1B in liver-specific Atg7 haploinsufficient mice treated with vehicle or ezetimibe (10 mg/kg/day) for 4 weeks. n = 10 per group. **P<0.01.

image4.tiff
Primary macrophage

10.04
Control  Ezetimibe *
Bafilo - + - + g 80
arllo - - g
LC3B-I == =1 < x 6.0
LC3B-I | = == -l ~—~ =
LC3B-I 2 4.0
) 3 2,04
0.0-
A
(o) (/]
N
S




image5.tiff
k%





image6.tiff
Lipotoxicity

Palmitate

Extracellular

Hepatocyte RLESISES]
00 O Macrophage

mRNA NIrp3, i1b

Mature IL1B

mRNA li1b




image7.tiff
Ezetimibe





image8.tiff
Supplementary Figure 8

Vehicle Ezetimibe
.
10
Cl El
= EJ
>
205
2
3
o
5
0.0 H
{\\(}0 ) <§a° £
&g
Q;lx
D E

Vehicle Ezetimibe

15

g
§10
cleaved CASP3 m 5
=
g
ACTB <05
K
3

Hepatic TG (mg/g liver)

100 ** 300 *

80
60
40

20

Vehicle Ezetimibe

pre IL1B

g

mature IL1B

IL1B (pg/mL)

Hydroxyproline (ng/g)

400

300

N
=3
3

=]
3

e





image1.tiff
>

€
g
]
&
o
£
3
£
£
£
g
£
s
8
o
&
<

50
wxx 3 Control
8 -7 W Ezetimibe
7 40 !
5 o
s S 30
5} a
& 20
&
& 10
E

Ezetimibe

Prkaat/2"* prkaat/2

~

o
N
°

* [ Control

= Ezeimbe S0l o =
S 20 2 s S15
= s < 5
520 5 15 5 1.0 5 5 15 g
g g g Z ¢ g10
4 £ s 4 g g
g g0 3 g 510 3
o 10 8 ~ 05 2 2 S 0s
3 © 3 [ B2
S ko5 g S < 05 <
0.0 . 00 0.0
x NS x - X
N 2 &
b@‘\m \a @e\\ﬁL N\ ‘}V\ & Q
N S & & &
g 9 & & &

Flag-TFEB Merge Flag-TFEB Merge

Ezetimibe
Ezetimibe

Prkaal/2** prkaa1/2’





image2.tiff
PRKC inhibitor

LMNA




image3.tiff
R
0“1/ N \{pﬁ\ ,b'b\\
& N




