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Supplementary Figure 1. Effects of NaHS on the ratio of Bcl-2 to Bax in CSE-stimulated A549 cells. A549 cells were cultured with
and without 3% CSE and/or 100, 200, or 400uM NaHS for 48 h. The ratio of Bax/Bcl-2. **P<0.01, significantly different from control cells
[3%CSE (-) and NaHS (-)]; #P<0.05, #P<0.01, significantly different from cells treated with 3%CSE only.
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Supplementary Figure 2. Effects of NaHS on oxidative stress in CSE-stimulated A549 cells after SIRT1 was silenced. (A) After
SIRT1 siRNA or NC siRNA was transfected into A549 cells for 24 h, SIRT1 protein expression was measured with Western blot. After SIRT1
SiRNA or NC siRNA was transfected into A549 cells for 24 h, cells were treated with 3% CSE and NaHS (400uM) for 48 h. (B) Generation of
intracellular ROS was determined by the ROS Assay Kit. (C) Generation of mtROS was determined by the MitoSOX™ Red Assay Kit.
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Supplementary Figure 3. SIRT1 activator (SRT1720) inhibits CSE-induced oxidative stress in epithelial A549 cells. A549 cells
were treated with 400uM NaHS with or without SRT1720 (4pM) in the presence of 3%CSE for 48 h. Generation of intracellular ROS was

determined by the ROS Assay Kit.
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Supplementary Figure 4. Effects of NaHS on mitochondrial function in CSE-stimulated A549 cells after SIRT1 was silenced.
After SIRT1 siRNA or NC siRNA was transfected into A549 cells for 24 h, cells were treated with 3% CSE and NaHS (400uM) for 48 h. (A) The
bioenergetic profiles of A549 cells were measured by a Seahorse Extracellular Flux Analyzer, OCR in cells treated with oligomycin, FCCP, and
rotenone & Antimycin A. (B) Quantitative analysis of basal respiration, ATP production, maximal respiratory and spare capacity is shown.
**P<0.05, significantly different from control cells [with NC siRNA transfection]; #P<0.01, significantly different from cells treated with 3%CSE

only [with NC siRNA transfection].
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Supplementary Figure 5. SIRT1 activator (SRT1720) inhibits CSE-induced mitochondrial dysfunction in epithelial A549 cells.
A549 cells were treated with 400uM NaHS with or without SRT1720 (4uM) in the presence of 3%CSE for 48 h. (A) The bioenergetic profiles of
A549 cells were measured by a Seahorse Extracellular Flux Analyzer, OCR in cells treated with oligomycin, FCCP, and rotenone & Antimycin A.
(B) Quantitative analysis of basal respiration, ATP production, maximal respiratory and spare capacity is shown. "P<0.05, **P<0.01,
significantly different from control cells [3%CSE (-), NaHS (-) and SRT1720 (-)]; #P<0.05, #P<0.01, significantly different from cells treated with

3%CSE only.

5 AGING

WWWw.aging-us.com



NC+CSE

NC+CSE+NaHS

CSE+SIRT1 siRNA

2&
SIRT1 siRNA

CSE+SIRT1 siRNA+NaHS <
Y ;’ 15 *
=
e
2 10 L3
[ % gl 5
<
0
A%CSE - + + ¥ + =
NaHS{400uM) . £ & %
SIRT1siRNA - - - + + +
B NC + + + - - 4
NC NC+3%CSE NC+3%CSE+NaHS 3%CSE+SIRT1 siRNA 3%CSE+SIRT1 siRNA+NaHS SIRT1 siRNA
a1 2 o1 az an az a 3 ar ) [or az
10° Jo320% 5145 10° Joams 104% 10° 18w R 10° Jesen 104% 0° 1o 7818 10° 108 P
m‘ ,“1
= =
‘0’ Eml.
VJ’ lﬂ7
@ A > o 0 3§ ” as
J1|ﬂ~h !l:”» | 117% li:’m - - 1 'yi"\ ‘)Z;J\‘- - - r (AR
"'h 2 |IIZ 1(3 'IZ‘ |VJ3 o vt2 vr\3 1(* |'|s 010 m! " 10
Annexin V FITC Annexin VFITC Annexin V FITC
<l 2 & g
D & E S OF & 6 &
& il r ¥ T ¥ &
& 8 & o
& L EEy L& £ &L,
S N7 Q7 & QAT TS X &
¢ &£ £ & F & & F £ 8 & £ £ £ 8 & £ £ £ 8
P L L& FL LR K AP PS L LR
FEE & F S EEEFFE S S EE & FS EEEFF S
P53 [ — —— — 921[—---- —l Bcl-!l-———— -—-l Bax | e w—— - |
B-actin p-actin B-actin | B-actin e — — —-— —-|
3 1.5 = 2.5 &
% F 5 " 5 % *x
é _E 3 5 % 20
£ ‘® 1.0
g B 3 g 24 g s *
& ey # 8 24 x
a o 2 3.5 88 & 10
v » o ]
@ [ B &
% o ool Z 0.0 0.0
IUCSE + + + + I%CSE - + + + - 3%CSE + + + + -, 3%CSE % L] + + - -
NaHS(400pM) - - + - + - NaHS(400pN) - e + - + - NaHS(400pM) - - + - + = NaHS(400pM) - - + - + -
SIRT1sIRNA -~ - - + + + SIRT1siRNA - - - + + + SIRT1siRNA -~ - - + + SIRT1 siRNA - - - -
NC  + + + = & = NC + + + = - - NC + + + = - - NC + + + = - -

Supplementary Figure 6. Effects of NaHS on cellular senescence and apoptosis in CSE-stimulated A549 cells after SIRT1 was
silenced. After SIRT1 siRNA or NC siRNA was transfected into A549 cells for 24 h, cells were treated with 3% CSE and NaHS (400uM) for 48 h.
(A) Cell senescence was performed by examining the the SA—f-gal activity. (B) The cells were double-stained with Annexin V-FITC and PI, and
then the cellular apoptosis was determined by flow cytometry. (C) The ratio of apoptotic cells was statistically analyzed. (D—G) Western blot

was used to analyze the protein levels of p53, p21, Bcl-2 and Bax. ™

P<0.05, significantly different from control cells (with NC siRNA

transfection); #P<0.05, #P<0.01, significantly different from cells treated with 3%CSE only (with NC siRNA transfection). P<0.01, significantly
different from untreated cells (with SIRT1 siRNA transfection).
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Supplementary Figure 7. Effects of NaHS on the mRNA level of MPST in CSE-stimulated A549 cells. A549 cells were cultured with
and without 3% CSE and/or 100, 200, or 400uM NaHS for 48 h. Real-time PCR was performed to examine the MPST mRNA level. “P<0.05,
significantly different from control cells [3%CSE (-) and NaHS (-)]; #P<0.05, #P<0.01, significantly different from cells treated with 3%CSE only.
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