Supplementary Materials

AF8c, a Multi-Kinase Inhibitor Induces Apoptosis by Activating
DR5/Nrf2 via ROS in Colorectal Cancer Cells
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Figure S1. Inhibition profile of AF8c against ErbB family of receptor tyrosine kinases and EGFR mutations. (A) ICso + SD values (nM)
of AF8c against EGFR, HER2, HER4 kinases. (B) Cells were treated to AF8c for 24 h, and the expression levels of ErbB family members
were determined by immunoblotting. (C) Percent inhibition values of AF8c against most common EGFR mutations. (D-E) HT29
(upper) and HCT116 (lower) cells were transfected with siRNAs. Then, cell viability (D) and cleaved PARP (E) were measured using

the WST-1 assay and immunoblotting.
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Figure S2. AF8c induces apoptosis better than lapatinib and synergizes with TRAIL. (A-B) HT29 (upper) and HCT116 (lower) cells
were treated with 20 pM AF8c or lapatinib for 24 h. Then, cell viability (A) and Cleaved PARP (B) were assessed using the WST-1
assay and western blotting. (C) HT29 (left) and HCT116 (right) cells were treated with 20 uM AF8c and/or TRAIL for 24 h, then

Cleaved PARP, Caspases 3, 9, and 8 were assessed using western blotting.
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Figure S3. Activating DR5 induced by AF8c regulates the Nrf2/Keapl pathway. (A-C) After transfection with siNC or siDR5, the
expression of Nrf2 (A), Keapl (B) and HO-1 (C) mRNA in response to AF8c were examined by qRT-PCR. **, P < 0.05 and ***, P <
0.001. (D) The cells incubated with 20 uM AF8c for 24 h, and subjected to immunoblotting in p53 knockdown (HT29, upper) or
knockout (HCT116, lower) cells.



HT29 HCT116

-+ - 4+ - + - + siKeap1
- -+ o+ - - + + AF8c
68 kDa

Nrf2

Figure S4. Nrf2 increase by AF8c is regulated by Keapl. HT29 (left) and HCT116 (right) cells were treated with 20 uM AF8c and/or
siKeapl and the levels of Keapl and Nrf2 were measured by western blotting.
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Figure S5. AF8c induces DR5 and Nrf2 activation through ER stress in PDC cells, leading to apoptosis. (A) Patient data and charac-
teristics of the examined PDC cell lines. (B) Expression of CD133 and CXCR4 was examined by western blotting in cells derived from
normal tissues and PDC cells. (C) AF8c-treated cells were detected for the apoptotic proteins, DR5, Nrf2, and ER stress related pro-
teins by western blotting. (D) The tumor tissues isolated from xenografts were stained with CHOP and observed with confocal mi-

croscopy (Scale bars, 20 um).
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Figure S6. Original Western blot figures.



