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Supplementary figure S1: The time graphs of food preference test. **p>0.01, ***p>0.001 (Mann-
Withney U test)
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Female mice (days 1.-6.) Females: standard food on day 4. Females: fat food intake during day 5.
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Supplementary figure S2: Organic acids. The levels of selected organic acids in males, females and in
both sexes combined. Data represent mean+SEM, *p>0.05, two-way ANOVA (Bonferroni post hoc test).

a Males
1500
L ]
%1000 .
=
O 500 * |
L s e
RS (,}\'\' & o}\'\
& &
d Males
2150 ;
= |
=3
2100
x
5 =
S| =
50 .
=y £
© ®e0® o
(]
@ o — ) » y
N é«\' & é\«\'
%0 e@
g Males
30
.
820 .
) .
® * -i‘
—110 . E
Ses? = °
0 »- T
< & <& R

b Females c Both sexes
1000 15007 | . |
800 2 .
o © 1000
*6600 ® ®
= =]
& 400 . B iwo . v
200 —:E 9 . ,
L e ==
0 : - - - 0 : * —
& aY & Y N AN N Y
e“é e“°" e“‘* e“é
e Females f Both sexes
2 200 2 200
S c
£
2 150 . §150 .
i . 2 2 . .
< . > .
o 100 ) S 100 o )
R P
= s0{ * _:E _I_ Z 50 & f
8 . C C o %% o 5
5 . f < oo . >
m o v m 0 v 4 T T
& & oW SN &N
& & & &
X X X X
h Females i Both sexes
25 30
L]
20 .
o ©20 .
515 o b .
et oz Bliw
(0] ©
g0 {— & S10 * £
5 . > > o 3o 2
. o . . :
0 T T 0 T - T T
Ry & N (\'\ & (\'\ RN (\’\'
& & & &

e Regular diet
High-fat diet



Supplementary figure S3: BODIPY stainings of male livers. BODIPY staining (green) of livers from
individual mice in (a-j) standard and (k-s) high-fat diet treatment group. Columns (a-e, k-0) present
analyzed WT and (f-j, p-s) Negrl1-deficient mice, respectively. Neutral lipid droplets of (a-e) WT mice liver
undergoing a standard diet. (f-j) Negrl-deficient mice in a standard diet display increased neutral lipid
content in the hepatocytes. High-fat diet leads to an increase in hepatocytic lipid droplets in (k-0) WT and
seems to have a minuscule effect on (p-s) Negrl-/- mice. The male mice used for liver stainings were 5
months old. Nuclei (blue) were stained using H33258 stain. Scale bar: 100 pm.
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Supplementary figure S4: BODIPY staining of female livers. BODIPY staining (green) of individual mice
in (a-h) standard and (i-g) high-fat treatment groups. Columns (a-c, i-l) present analyzed WT and (d-h, m-
q) Negr1” mice, respectively. High-fat diet group received high-fat food for 9 weeks. The age of the
female mice used for liver stainings were 8-9 months. Nuclei (blue) were stained using H33258 stain.

Scale bar: 100 pm.

standard diet high-fat diet
Negri”




standard diet

high-fat diet

Supplementary figure S5: BODIPY stainings of female livers. Representative images of BODIPY
neutral lipid staining (green) from (a, ¢) WT and (b, d) Negrl " liver sections that underwent (a-
b) standard and (c-d) high-fat diet. Compared to (a) WT mice, the hepatocytes from (b) Negrl ™"~
mice on the standard diet display increased lipid droplet accumulation in the liver. This genotype
dependent difference is diminished with (c, d) high-fat diet treatment. The age of the mice used
for liver stainings were around 8-9 months. Nuclei (blue) were stained using H33258 stain. Scale

bars: 100 pm, 25 pm (inserts).
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Supplementary figure S6: Cross-sectional area of muscle fibers from female mice. Phalloidin (red)
stained cryosections from the quadriceps femoris muscle (a, d) WT and (b, €) Negrl-/- mice sections
underwent (a-c) standard and (d-f) high-fat diets. Of Negrl—/— (b and €) and wild type (a and d) mice
receiving standard (a and b) or high fat (d and €) diets. (c, f) morphometric measurements of muscle
fiber cross-sectional area revealed no statistically significant changes between groups. The age of
female mice used for muscle stainings were around 8-9 months. Nuclei (blue) were stained using
H33258 stain. Scale bar: 100 pm.
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