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Figure�6.  Aschantin inhibits cancer cell growth by induction of c-Jun destabilization. (A) mTOR protein levels in various cancer cells. Pancreatic and prostate cancer 

cells as indicated were cultured with appropriate complete culture medium. The proteins were extracted and phospho- and total-mTOR proteins were visualized by 

western blotting. (B) Aschantin inhibits colony growth of MIAPaCa-2 and LNCaP cells in soft agar. MIAPaCa-2 and LNCaP cells (8 × 103) were exposed to indicated doses of 

aschantin in 1 ml of 0.3% BME agar containing 10% FBS. The cultures were maintained in a 37°C, 5% CO2 incubator for 21 days, and then colonies were counted using an 

ECLIPSE Ti inverted microscope and the NIS-Elements AR (V. 4.0) computer software program. (C) Knockdown of mTOR suppresses colony growth in soft agar in LNCaP 

cells. MIAPaCa-2 and LNCaP cells (8 × 103) stably expressing pLenti-mock or -sh-mTOR were exposed to indicated doses of aschantin in 1 ml of 0.3% BME agar containing 

10% FBS. The cultures were maintained in a 37°C, 5% CO2 incubator for 21 days, and then colonies were counted using an ECLIPSE Ti inverted microscope and the NIS-

Elements AR (V. 4.0) computer software program. (D) Aschantin modulates Akt-mediated signaling in LNCaP cells. LNCaP cells (1 × 106) were seeded into 100-mm culture 

dishes and treated with aschantin as indicated. The protein was extracted and specific protein levels were visualized by western blotting as indicated. (E) Aschantin 

inhibits AP-1 transactivation activity in LNCaP cells. LNCaP (2 × 104) cells stably transfected with AP-1 luciferase reporter plasmid were seeded into 24-well plates and 

cultured for 24 h. The cells were treated with indicated doses of aschantin for 12 h. Firefly luciferase activity was measured as described in Materials and Methods. (F) 

ATP-competitive inhibitor of mTOR suppresses the protein levels of phospho-Akt at Ser473 and total-c-Jun. LNCaP cells (1 × 106) were seeded into 100-mm culture dishes 

and treated with AZD8055 as indicated. The protein was extracted and phospho- and -total Akt and total-c-Jun protein were visualized by western blotting. (G) Aschan-

tin does not alter c-jun mRNA expression in LNCaP cells. LNCaP cells (2 × 105) were seeded in 60-mm cell culture dishes and cultured overnight. The cells were treated 

with cycloheximide (CHX) either presence of MG132 (10 μM) or not for for 30min. The cells were harvested, and total RNAs were extracted using Trizol Reagent. The c-jun 

gene expression was analyzed by real-time PCR using a c-jun specific real-time primer set. (H) Aschantin induces c-Jun ubiquitination in LNCaP cells. LNCaP cells (1 × 106) 

were seeded in 100-mm cell culture dishes, transfected with HA-mock or HA-ubiquitin expression vector, and cultured for 24 h. The transfected cells were treated with 

indicated doses of aschantin and MG132 (10 μM) for 6 h. The endogenous c-Jun protein was immunoprecipitated and ubiquitin-conjugated c-Jun protein level was 

visualized by Western blotting using specific antibodies as indicated. (A, D, E and F) β-Actin was used for an internal control to verify equal protein loading. (B, C and 

E) Data are presented the mean ± SD of values from triplicate experiments and statistical significance was determined using the Student’s t-test (*P < 0.05; **P < 0.01).
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is a natural compound targeting mTOR kinase domain with an 
IC50 of ~400 nM, and is a potentially valuable chemopreventative 
or therapeutic agent.

Supplementary material
Supplementary Materials and Methods and Figures 1–6 can be 
found at http://carcin.oxfordjournals.org/
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