Supplemental Material

Adipocyte-specific deficiency of NADPH oxidase 4 delays the onset of insulin resistance and
attenuates adipose tissue inflammation in obesity

8 weeks

12 weeks

24 weeks

_vi nj b b :‘r ! .:::5'7. ! ' ;.' v Vj ",A b ‘ ,!‘ﬁjaa_)\. Y 1); I'\\\ X :é‘t
_k.- N ‘ Y Mt £ / *\/1 '{.\J r\‘q : '..., ‘b":»‘“',v Ay Y %{2’ 4
P o g [ A DS WL R CESPRe AL S
X / s '8 Al -\ v)\,J'AN‘x? L/ A \(‘ e
'@ 9 ! X B i 2 - \:W' 4 1‘ f :""‘
-, 5 W p " 1 v ‘.\\r}" X I BEets ©. 0 o5 (
: g 0P { R s = BRracdic sl
+/+ X I » : Bagg R Ky AT \ LA
NOX4 / '\\',' . \ / D A q | "7;{'};,11"\ -2'%121\)’1’1» op ’4" fvlﬂ
% A } ' | Ve }Av"}','ﬂ\"\-\"‘ _“‘44‘.‘\{“ oV N
o b 4 ‘.1_‘,‘4 { By (/{ _“,*“ g 4 LA ,(."
o D ].‘ : V| ,&r-\,,)ﬂ( S\ ! - .'( @ _5
R I 1 g ( r*‘V Fr iy '12\% * s [ 4L LA
%’ T Y R W s 20y (7 e E S
} J 1 . L 2 < ) 7
Ll U X BT % 0 XY A
i o . ; : Ll B T s
Adlpoq-Cre/+ 9] e il i N ¥ Y-. » ] A.,‘,/ \ [ ,-5"_,-/
z ¥, i NP o 5 Y-
7 AR G
~l‘rt ¥ “,b M R)&;)‘.\ i ,ﬁ £
. St Y Li:"k]z*v-r-‘; 4 ]ﬂiv ; 4(}:1 (I8
% ))Lf‘, Q‘ n "/ i ‘X‘#(" b ‘- :‘» l—[:"\);@&"k‘/rl’
d ST O e Co |
4 N X »:'i.‘i) - ‘{5( j = ;/K‘;l{ "“v‘f
NO X4Flox/Flox | VI SO A
; <Ay o [a A AL
Y | LX T o U TR A
] 3 ") ;'\' 4 A 4!.' A ,!ﬁ i p.::\‘s.ff(jv
M, ¢ N0 T eazt A AL AN <V\*;}
‘ B N D U0 A
& ; s 2 N Sy AN
A Y‘:‘&,}}*f WatPnil
785 » \ s \,.‘\r & ‘»N
A - 4 < ’%L
By PN N { . ‘j"? M f )*:»
1.0
: . +/+
—8— Adipog-Cre/+;NOX4 ¥/
© 0.8 —O— AA: Flox/Flox I
J] Adipog-Cre/+;NOX4
©
~
&
= 0.6
]
i
(7))
Ll i
— 0.4
I
q—
o
> 02 -
0.0

12
Weeks of diet

8 10

14

16

Supplemental Figure I. Adipocyte-specific deficiency of NOX4 initially lowers oxidative stress in adipose tissue during the

development of obesity.

A; Epididymal fat isolated from Adipog-Cre/+;NOX4*"* and Adipog-Cre/+;NOX4FloxFloxmice fed a HFHS diet for 8,12, and 16 weeks
was analyzed by immunohistochemistry using a 4-HNE antibody which detects lipid peroxidation product (n=5). Tissues were
photographed using microscopy (original magnification x60), and quantified using Image Pro Plus software. *P < 0.05 vs. Adipog-
Cre/+;NOX4** in HFHS. ANOVA and Bonferroni post-hoc test.
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Supplemental Figure |. Adipocyte-specific deficiency of NOX4 initially lowers oxidative stress in adipose tissue during the
development of obesity.

B; Adjacent sections from EWAT isolated from Adipoq-Cre/+;NOX4** and Adipog-Cre/+;NOX4FloxFlox mice fed a HFHS diet for 8,12, and

16 weeks were also stained using 4-HNE, Mac-2 and perlipin-1 antibodies. Tissues were photographed using microscopy (original
magnification x60)
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Supplemental Figure Il. NOX activity is transiently increased in control mice and unchanged in Adipog-

Cre/+;NOX4FoxFlox mice during the development of obesity.

A; Adipog-Cre/+;NOX4** and Adipoq-Cre/+;NOX4FoxFlox mice were fed HFHS for the indicated time periods (n=5). At sacrifice,
the AE fraction from EWAT was harvested and analyzed for NOX activity. Data are representative of at least 3 independent
experiments. *P<0.005 vs Adipog-Cre/+;NOX4 **. ANOVA and Bonferroni post-hoc test. B; The AE and SVC fractions from
EWAT of Adipog-Cre/+;NOX4+* were isolated and analyzed by Western blotting using F4/80 and GAPDH antibody (n=3).



