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Full blot images of samples in the Western blot study
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Evidence demonstrating the specificity of antibody used in Western blot

(1) The specificity of anti-SIRT3 antibody (CST, 5490) was validated by the

company. Please refer to the manufacturer’s description: https://www.cst-

c.com.cn/products/primary-antibodies/sirt3-d22a3-rabbit-mab/5490
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Western blot analysis of mitochondrial extracts from SirT3 wild-type (WT) mouse liver (lane
1) and knockout (KO) mouse liver (lane 2), and of whole cell extracts from rat liver (lane 3)
and human kidney (lane 4), using SirT3 (D22A3) Rabbit mAb (upper) and AIF (D39D2) XP®
Rabbit mAb #5318 (lower). The absence of signal in the SirT3 knockout mouse liver.

Western blot analysis of extracts from control HeLa cells (lane 1) or SirT3 knockout HeLa
cells (1ane 2) using SirT3 (D22A3) Rabbit mAb #5490 (upper) or a-Actinin (D6F6) XP® Rabbit
mADb #6487 (lower). The absence of signal in the SirT3 knockout hela cells confirms the
specificity of the antibody for SirT3.

(2) The specificity of anti-Catalase antibody (Abcam, ab209211) was validated by

the company. Please refer to the manufacturer’s description:

https://www.abcam.cn/catalase-antibody-epr20198-ab209211.html
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Lane 2 : CAT knockout HAP1 whole cell lysate
5010 .
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Western biot - Anti-Catalase antibody [EPR20198]
(ab209211)
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Lanes 1-2: Merged signal (red and green). Green -
ab209211 observed at 60 kDa. Red - loading control

Western biot - Anti-Catalase antibody [EPR20198]
ab8245 observed at 37 kDa. ' ooy | J

(ab209211)
ab209211 Anti-Catalase antibody [EPR20198] was

shown to specifically react with Catalase in wild-type
HeLa cells. Loss of signal was observed when
knockout cell line ab265250 (knockout cell lysate
ab256859) was used. Wild-type and Catalase

Predicted band size: 60 kDa

Lanes 1 - 4: Merged signal (red and green). Green -
ab209211 observed at 60 kDa. Red - loading
control, ab8245, observed at 37 kDa.

ab209211 was shown to specifically react with CAT
in wild-type HAP1 cells. No band was observed
when CAT knockout samples were examined. Wild-

(3) The specificity of anti-SOD2/MnSOD antibody (Abcam, ab68155) was

validated by the company. Please refer to the manufacturer’s description:

https://www.abcam.cn/sod2mnsod-antibody-epr2560y-ab68155.html
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All lanes : Anti-SOD2/MnSOD antibody
[EPR2560Y] (ab68155) at 1/1000 dilution

260 kDa-

160 kDa-

1254Da- Lane 1: SHSY5Y cell lysate

Lane 2 : A549 cell lysate
Lane 3 : Wild-type HEK-293T cell lysate
Lane 4 : SOD2 knockout HEK-293T cell lysate

90kDa-

70kDa-

50kDa-
o Lysates/proteins at 20 pg per lane.
38kDa-
30kDa- Predicted band size: 25 kDa
25kDa-

15k0q -
Lanes 1 - 4: Merged signal (red and green). Green -

ab68155 observed at 22 kDa. Red - loading control,
ab8245 observed at 37 kDa.

Western blot - Anti-SOD2/MnSOD antibody
[EPR2560Y] (ab68155)

(4) The specificity of anti-acetylated lysine antibody (CST, 9441) was validated by

the company. Please refer to the manufacturer’s description: https://www.cst-

c.com.cn/products/primary-antibodies/acetylated-lysine-antibody/944 1
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Western blot analysis of extracts from NIH/3T3 cells, untreated or sodium butyrate-treated  Specificity and sensitivity of Acetylated-Lysine Antibody assayed on acetylated BSA (4; 1;

(5 mM for 24 hours), showing an increase in histone acetylation using Acetylated-Lysine

Antibody. lanes 6-9).

0.2; 0.04 or 0.008 ng in lanes 1-5) or nonacetylated BSA (25,000; 5,000; 1,000 or 200 ng in

(5) The specificity of anti-FoxO3a antibody (CST, 2497) was validated by the

company. Please refer to the manufacturer’s description: https://www.cst-

c.com.cn/products/primary-antibodies/foxo3a-75d8-rabbit-mab/2497
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Western blot analysis of extracts from wild type (+/+) and FoxO3 knock-out (-/-) mouse
brain, using FoxO3a (75D8) Rabbit mAb (upper) and FoxO1 (C29H4) Rabbit mAb #2880
(lower). (FoxO3 knock-out (-/-) mouse brain was kindly provided by Dr. Ron DePinho, Dana-
Farber Cancer Institute, Boston, MA).
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(6) The specificity of anti-phospho-FoxO3a antibody (CST, 9466) was validated by
the company. Please refer to the manufacturer’s description: https://www.cst-
c.com.cn/products/primary-antibodies/phospho-foxo3a-ser253-antibody/9466
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Western blot analysis of extracts from PC3 cells, untreated or treated with lambda
phosphatase, using Phospho-Fox03a (Ser253) Antibody (upper) or Akt Antibody #9272
(lower).

(7) The specificity of anti-ubiquitin antibody (Abcam, ab7780) was validated by the
company. Please refer to the manufacturer’s description:

https://www.abcam.com/ubiquitin-antibody-ab7780.html

All lanes : Anti-Ubiquitin antibody (ab7780) at

c-Myc Co-IP 1/2000 dilution

MG-132

e
MW, kDA All lanes : Human Panc-1 whole cell lysate

72 ) Lysates/proteins at 700 pg per lane.

Secondary
All lanes : HRP Donkey anti-rabbit IgG polyclonal at

55— 1 : 1/10000 dilution

% . - Developed using the ECL technique.
W-B: anti-Ubiquitin

Performed under reducing conditions.
Western blot - Anti-Ubiquitin antibody (ab7780)

This image is courtesy of an Abreview submitted by Predicted band size: 8.5 kDa
Armen Petrosyan i

Exposure time: 25 seconds

Ubiquitin western blot of the complexes pulled down
with anti-c-Myc antibodies from the lysates of cells
treated with DMSO or MG-132. Treatment with the
proteasome inhibitor, MG-132, increases
ubiquitinated protein; seen as several bands
between 55-72 kDa.
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