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51. Effect of NAM in the content and protein oxidation of mitochondria and levels of MnSOD and Trx1 expression. (A) Human fibroblasts at passage
17 or passage 28 were cultivated in the medium containing 5 mM NAM for 1, 2, or 3 days and stained with NAO and applied to flow cytometric quantitation
of mitochondria content. In 3 days, mitochondria content decreased by 21.6 % and 23.4 % in pl17 and p28 cells. respectively. (B) Decline in the levels of
protemn oxidation in the mitochondria upon WAM treatment. Fibroblasts were mcubated for 3. 7. 15, and 23 d i the presence of 5 mM NAM. collected and
fractionated for mitochondria. The same amount of mitochondrial proteins was loaded on SDS-PAGE, and the blotted proteins were treated with 2.4
dinitrophenvthydrazine and incubated with an antibody (ab6306, Abcam) against dinitrophenvl moietv (top). The filter was stripped and reprobed with
OxPhos antibody (bottom). (C) NAM-treated fibroblasts were collected at days 1. 2, or 3. and mRNAs were isolated and applied to quantitative RT-PCR for
the RNAs of MnSOD and Thioredoxin 1 (Trxl). Primers of the following sequences were used: MnSOD, 5-TTCTGGACAAACCTCAGCCC-3" and 5'-
CGTTTGATGGCTTCCAGCA-3"; Trx, 5'-CAGGGGAAT GAAAGAAAGG-3' and 5 -CAAGGTGAAGCAGATCG-3'; B-actin, 5'-
TTTGAATGATGAGCCTTTGTG-3' and 5'-TCAGTGT ACAGGTAAGCCCT-3. There was no significant change in the expression levels of MaSOD and

Trxl upon NAM treatment.



Supplemental Fig. 2

A
Ctrl NAM NAM+EX527 - * p <001 * p<005
3 T
5
o g 24
- + 18 :
3 12
'S
os | | '
o
crl MNAM+EXS27
o 14
£ 12
4]
5 o i
£ 5 os
» =
8 S oe
= 2 04
02
0
c AN MNAM+EXE2T

p<001 * p<Ol

52, Dependence of SIRT1 activity on NAM-induced mitophagy. Role of SIRT1 in NAM-induced mitophagy was confirmed by checking the effecs of
SIRT1 inhibition on autophagy and mitochondria fragmentation induced by NAM treatment. Fibroblasts were wreated with NAM for 1 day alone or with
EX327, a potent inhibitor of SIRT1. Cells were subjected to confocal imaging for LC3 or mitochondna to check either autophagosome formation (panels
LC3) or mitochondria fragmentation (panels mitochondria) (A). The number of red colored LC3 puncta and the length of mitochondria filaments were
measured using Image]. The mumbers in 20 cells were averaged. and the means were plotted in (B) and (C), respectively. **p < 0.01; *p < 0.05 (compared

with the untreated control one-way ANOVA).
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