Sinularin, an anti-cancer agent causing mitochondria-modulated apoptosis

and cytoskeleton disruption in human hepatocellular carcinoma
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1. Supplementary Table
Supplementary Table S1. Information on primary and secondary antibodies used in the

western blot analysis of this study.

Primary Antibody Secondary antibody

Caspase-9 9502 Mouse Cell Signaling 1:1000
Pro-caspase-3 9662 Rabbit Cell Signaling 1:500
Cleaved-caspase-3 9664 Rabbit Cell Signaling 1:500
Cu/Zn SOD ab13498  Rabbit Abcam 1:500
Mn SOD sc-133134 Mouse Santa Cruz 1:1000
Bcl-2 15071 Mouse Cell Signaling 1:1000
Bax 27728 Rabbit Cell Signaling 1:1000
Total OXPHOS Human abl110411 Mouse Abcam 1:1000
WB Antibody Cocktail

p-AKT 9271s Rabbit Cell Signaling 1:1000
AKT 92728 Rabbit Cell Signaling 1:1000
p-ERK1/2 9101S Rabbit Cell Signaling 1:1000
ERK1/2 9102S Rabbit Cell Signaling 1:1000
p-p38 MAPK 45115 Rabiit Cell Signaling 1:1000
p38 MAPK 9212 Rabbit Cell Signaling 1:1000
p-JNK 4668s Rabbit Cell Signaling 1:1000
JINK 9252s Rabbit Cell Signaling 1:1000
E-cadherin ab53033  Rabbit Abcam 1:1000
vimentin ab45939  Rabbit Abcam 1:1000
VEGF 05-443 Mouse Millipore 1:1500

B-actin A5441 Mouse Sigma-Aldrich 1:5000



2. Supplementary Figures
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Supplementary Figure S1. The effects of sinularin on cell viability in Huh-7 and Clone 9

cells: (A) Quantification of Huh-7 cell viability using the MTT assay with sinularin at
concentrations of 0, 0.5, 1, 5, 10, 20, 50 or 100 uM after 24, 48 and 72 h, with results expressed

as the percentage of viable cells compared to untreated cells (0 uM); (B) Determination of

ICs0, R%, and 95% confidence interval values for sinularin in Huh-7 cells after 24, 48 and 72

h; (C) Quantification of Clone 9 cell viability using the MTT assay with sinularin at
concentrations of 0, 0.5, 1, 5, 10, 20, 50 or 100 uM after 24, 48 and 72 h, with results expressed

as the percentage of viable cells compared to untreated cells (0 uM); (D) Determination of

ICso for sinularin in Clone 9 cells after 24, 48 and 72 h. * p <0.05 and ** p <0.01 relative to the

control (sinularin-untreated cells).
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Supplementary Figure S2. Original, uncropped images of the western blots for Fig. 1H, 2E,
2K and 3G displayed in the text and results: (A) The bands of the cleaved caspase-9, pro-
caspase-9, cleaved caspase-3, pro-caspase-3 and [(-actin and their expected molecular
weight, with -actin used as the protein loading control; (B) The bands of Cu/Zn SOD, Mn
SOD and B-actin and their expected molecular weight, with B-actin used as the protein
loading control; (C) The bands of Bcl-2, Bax, and -actin bands and their expected molecular
weight, with (-actin used as the protein loading control; (D) The bands of indicated
OXPHOS enzymatic complexes examined using Total OXPHOS Human WB Antibody
Cocktail (Abcam, Cambridge, UK), with B-actin used as the protein loading control.
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Supplementary Figure S3. Original, uncropped images of the western blots for Fig. 6A, 6D,
6F, and 6H displayed in the text and results: (A) The bands of p-AKT, AKT, p-ERK1/2,
ERK1/2, p-p38 MAPK, p38 MAPK, p-JNK, JNK and B-actin and their expected molecular
weight, with B-actin used as the protein loading control; (B) The bands of p-p38 MAPK and

P38 MAPK and their expected molecular weight; (C) The bands of E-cadherin, vimentin and

B-actin and their expected molecular weight, with -actin used as the protein loading

control; (D) The bands of VEGF and B-actin and their expected molecular weight, with (3-

actin used as the protein loading control.



