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Figure S1. Effects of CWS-loaded formulations on AMPK phosphorylationin HT1376 (A)
and MBT2 (B) cells. Cells were treated with 1 ug/ml of CWS-loaded formulations for 24
hours, and phosphorylated AMPKa to total AMPKa protein expression was assessed by
western blotting. Actin was used the loading control. The blots are representative of three
independent experiments. The quantification graphs are represented, p-AMPK/AMPK ratios
determined by densitometric analyses. All expression ratios were normalized to the

untreated group.
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Figure S2. Effects of CWS-loaded formulations on ROS production in HT1376 cells. Cells
were treated with 10 pg/ml of CWS or CWS-Nano-CL for 24 hours, then treated with NAC (2
mM, positive control) for 30 minutes. After washing, cells were treated with H2DCFDA (10
M) for 1 hour prior to measurement. ROS/RNS production was measured using ROS-ID®
ROS/RNS detection kit. Pyocyanin (500 uM) and NAC (5 mM) were added as a positive and
a negative control for 30 min. *; p<0.005, **; p<0.0005, untreated/CWS, or untreated/CWS-
Nano-CL. Data are mean + SEM (n=6).
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Figure S3. The quantitation results of Figure 2D.
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Figure S4. The quantitation results of Figure 3A and 3B.



5 min 3h

0,0\’ 0‘0\’
(o) 20 A X
2@ N o P BC
o““e O\Ne O\Ns %""&\\ o““e G\N% O““% %’3\\\
KDa
15 — . - — P . l«— LC3B-I (16KDa)

T | | - —— - «— LC3B-Il (14KDa)

1 1.10 0.92 0.88 1 1.79 151 1.33

40 [ || e W | Actin (45KDa)

T 21
Q
2 1.8 1 -
216
£ 5 141
O =
25121
=3 1
0 D og
8 % 0.6 | [ untreated
- £ 04 Ocws
T 0.2 [ cws-Nano-CL
g o M Bafilomycin
5 min 3h
24 h
N
X \Xb(\o/o =)
O S S N0 Q -
(< \ = 25
ROV VO g
KDa - § 20 -
LC3B-I (16KDa) s
15 — s q>-’ 15 -
" LC3B-II (14KDa) =0
é% ga 10 4 [ untreated
1 3.98 6.73 22.38 8 § ) O cws
© 1 [ cwS-Nano-CL
40 | v -- - Actin (45KDa) % o M Bafilomycin
L d

24 h

Figure S4. The quantitation results of Figure 3C
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Figure S5. The quantitation results of Figure 5A
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Figure S5. The quantitation results of Figure 5B
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Figure S7: Whole blot showing all the bands with molecular weight
markers on the Western blotting.
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Figure 3B
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Figure 5B

15 min

p-AMPK (62KDa)

AMPK (62KDa)

p-INK (46KDa)

JINK (46KDa)

p-c-Jun (48KDa)

c-Jun (48KDa)

Clvd-caspase3
(17KDa)

Actin (43KDa)



Figure 6C
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