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Figure S1. (A) Licochalcone A does not bind with p38 or ERKs. Whole lysates from 

JNKwt MEFs were incubated with 30 μL of licochalcone A-Sepharose 4B beads (50% 

slurry) for 2 h at 4°C. Beads were washed and p38 or ERKs binding was visualized by 

Western blotting. (B) Truncated JNK1 fragments bind with licochalcone A. The indicated 

JNK1 expression vector was transiently introduced into 293 cells. Total cell lysates (200 

μg) were used for licochalcone A Sepharose 4B binding and bound proteins were 

visualized by Western blotting with anti-GAL4. 

 

Figure S2. Licochalcone A (surface representation) binds at the JIP1 binding pocket of 

JNK1 (A) or JNK2 (B). Enlarged view (right) of licochalcone A binding with JNK1 (A) 

or JNK2 (B) at the JIP1 binding pocket and hydrogen bonds formed are shown as red 

lines. 

 

Figure S3. UVB-induces c-Jun phosphorylation in JNKwt, JNK1-/- and JNK2-/- MEFs. 

MEFs were cultured, treated with UVB (4 kJ/m2) and harvested at the times indicated (0, 

15, 30, 60, or 120 min). Protein abundance was examined by Western blot. β-Actin was 

used to verify equal protein loading. Each assay was performed 3 times and similar 

results were obtained and representative Western blots for each cell type are shown.  

 

Figure S4. Licochalcone A suppresses breast and liver cancer cell proliferation and 

colony formation mediated through JNK1. (A) Licochalcone A suppresses SK-BR-3 

breast cancer and HepG2 liver cancer cell proliferation. SK-BR-3 or HepG2 cells (1 X 

103) cells were seeded, cultured overnight, and then treated with different doses of 
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lichochalcone A and proliferation was measured by MTS assay at the indicated time 

point to assess time- and dose-dependent effects. (B) Licochalcone A suppresses SK-BR-

3 breast cancer and HepG2 liver cancer cell anchorage-independent growth. SK-BR-3 or 

HepG2 cells (8 × 103/mL) were exposed to different doses of lichochalcone A in 1 mL of 

0.3% BME agar containing 10% FBS. Each dose was repeated in triplicate wells. The 

cultures were maintained in a 37°C, 5% CO2 incubator for 10 d and then colonies were 

counted using a microscope and the Image-Pro PLUS (vs. 4) computer software program. 

(D) JNK1 knockdown in SK-BR-3 breast cancer and HepG2 liver cancer cells suppresses 

anchorage-independent growth. SK-BR-3 or HepG2 cells stably expressing sh-mock or 

sh-JNK1 were examined for colony growth under anchorage-independent conditions. 

Cells (8 × 103/mL) were mixed in 1 mL of 0.3% BME agar containing 10% FBS. The 

cultures were maintained in a 37°C, 5% CO2 incubator for 10 d and then colonies were 

counted using a microscope and the Image-Pro PLUS (vs. 4) computer software program. 

For A-C, data are shown as mean values ± S.D. obtained from triplicate experiments. 

Significant differences were evaluated using factorial ANOVA (Scheffe post hoc) 

analysis and the asterisks indicate a significant effect (*, p < 0.01). 

 


