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[Supplementary Figure legends]  

Supplementary Figure S1: X-ray crystal structure of T-3256336 and Functional 

inhibition potency on caspase-7 and caspase-9 

A: X-ray single crystal structure of T-3256336 

B: Recovery effect of T-3256336 on caspase-7 and caspase-9 activity that was inhibited 

by XIAP_BIR2+3.  Caspase-7 and caspase-9 was incubated with indicated 

concentration of T-3256336 and XIAP_BIR2+3 for 5 min at room temperature.  

Ac-DEVD-AMC for caspase-7, Ac-LEHD-AMC for caspase-9 was then added and 

incubated for 30 min.  Fluorescence detection of substrate cleavage was assessed. 

 

Supplementary Figure S2: Proteasomal degradation of cIAP-1 and activation of NF-κB 

pathway by T-3256336 treatment 

A: Treatment of T-3256336 induced proteasome-dependent degradation of cIAP-1 

protein.  MDA-MB-231 cells were treated with T-3256336 (0.1 μmol/L) for 4 h in the 

presence or absence of proteasome inhibitor (10 μmol/L of MG-132), and cell lysates 

were analyzed by SDS-PAGE and western blotting with antibodies against cIAP-1.   

B:  T-3256336 activates the nuclear factor-kappa B (NF-κB) activating pathways.  

MDA-MB231 cells were treated with T-3256336 (0.5 μmol/L) for the indicated periods of 
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time.  Phosphorylated and total levels of I-κBα, RelA (p65), c-Jun N-terminal kinase-1 

(JNK1), and p38 were analyzed by western blot.   

 

Supplementary Figure S3: T-3256336 induced TNF-α dependent apoptosis in 

MDA-MB-231 cancer cells. 

A: MDA-MB-231 cells were treated with T-3256336 (10 nmol/L) for 24 hours.  TNF-α 

level in culture supernatant was determined by ELISA as described in the experimental 

procedures. B-D: MDA-MB231 cells were treated with T-3256336 (0.1 μmol/L) in the 

absence (white bar) or presence (gray bar) of TNFα neutralizing antibody (B), 

z-BAD-FMK (C) and z-IETD-FMK (D) for 3 days.  Cell viability was determined as 

described in experimental procedures.  Results indicate mean with standard 

deviations from three independent experiments. 

 

Supplementary Figure S4: Growth inhibition potency of T-3256336 on several cell lines.  

A:  MDA-MB468, SK-OV-3, BT-474, T47D, and NCI-H1703 cells were treated with the 

indicated concentrations of T-3256336 for 3 days. Cell viability was determined as 

described in the experimental procedures.   
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Supplementary Figure S5: Reduction of tumor cIAP1 protein induced by T-3256336 

administration. 

cIAP1 protein levels in tumor were detected 0.085-24 h after single administration of 

T-3256336.  

 

Supplementary Figure S6: In vivo antitumor effects of T-3256336 in a HL-60 xenograft 

model. 

HL-60 tumor-bearing mice were treated with T-3256336 daily at 30 or 100 mg/kg/day 

for 14 days. A: Growth inhibition curve. The data represent the means and standard 

deviation from 5 mice in each group. B: Histological examination of tumor on xenograft 

model. HL60 xenografts from control and T-3256336 treated mice (30 and 100 mg/kg, 

QD for 2 weeks) were fixed, sectioned, and stained with hematoxylin and eosin, and 

examined with light microscopy (bar = 100 m). Necrotic area and apoptotic cells 

(arrow head) were increased in tumor tissues treated with T-3256336 

 

Supplementary Figure S7: Histopathological findings of skin, spleen, liver, small 

intestine and large intesitine in xenograft mice. Skin, spleen, liver, L- and S-intestine 

from control and T-3256336 treated mice (30 and 100 mg/kg, QD for 2 weeks) were 
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sectioned, stained with hematoxylin and eosin, and examined with light microscopy (bar 

= 100 μm). Atrophy of hair follicles and hyperkeratosis in the skin and slight increase of 

granulopoiesis in the spleen were noted at 100 mg/kg. There were no histopathological 

abnormalities in the liver and intestines.  

 

Supplementary Figure S8: Pharmacodynamics and antitumor activity of T-3256336 in 

mice bearing MDA-MB-231-Luc cancer cells.  The correlation of tumor growth 

inhibition (TGI) of T-3256336 and the area under the effect (AUE) of cellular inhibitor of 

apoptosis protein-1 (cIAP-1) degradation (A), human tumor necrosis factor (TNF)-α (B), 

Caspase activation (C), M30 levels (D), and M65 levels (E).  

 

 


