
Supplementary Figure Legends 

Supplementary Fig. 1. Effect of compound 69407 on the activities of kinases closely 

related to MSK1. (A) The effect of compound 69407 on MSK2 activity was assessed by 

an in vitro kinase assay using a GST-CREB1 protein as substrate. The phosphorylation 

levels of CREB1 protein at Ser133, total CREB1 and MSK2 were determined by Western 

blotting with specific antibodies. H89 was used as a positive control to inhibit MSK2 . (B) 

The effect of compound 69407 on RSK2 activity was assessed by in vitro kinase assays 

using a GST-IκBα protein as substrate. The phosphorylation levels of IκBα at Ser32/36 

and RSK2 were determined by Western blotting with specific antibodies. Coomassie blue 

staining shows the loading of the GST-IκBα protein. Band density was measured using 

the NIH ImageJ software program (Version 1.41). Data are represented as means ± S.D. 

of 2 independent experiments.  

 

Supplementary Fig. 2. Effect of compound 69407 on Aurora B kinase activity. The 

effect of compound 69407 on Aurora B activity was assessed by in vitro kinase assays 

using a histone H3 protein as substrate. The phosphorylation levels of histone H3 protein 

at Ser10 (A) and Ser28 (B), total histone H3 and Aurora B were determined by Western 

blotting with specific antibodies. The known Aurora B inhibitor Hesperidin was used as a 

positive control . Band density was measured using the NIH ImageJ software program 

(Version 1.41). Data are represented as means ± S.D. of 2 independent experiments.  

 

Supplementary Fig. 3. Effect of compound 69407 on MSK1-related signaling 

pathways. JB6 P+ cells were serum-starved for 36 h followed by treatment for 1 h with 



DMSO, compound 69407 or H89 at the indicated concentrations. (A) Cells were then 

exposed to TPA (0 or 10 ng/ml) for 10 min and harvested. The phosphorylation levels of 

ERK1/2 and total ERKs were analyzed by Western blotting with specific antibodies. ß-

Actin was used as a loading control. (B) Quiescent JB6 P+ cells as described in (A) were 

treated for 1 h with vehicle, compound 69407 or H89 at the indicated concentrations and 

then exposed to 60 J/m2 UVC and harvested 30 min later. The phosphorylation levels of 

p38 and total p38 were analyzed by Western blotting with specific antibodies and ß-actin 

was used as a loading control. (C) Quiescent JB6 P+ cells as described in (A) were 

treated for 1 h with DMSO, compound 69407 or H89 at the indicated concentrations and 

then exposed to 60 J/m2 UVC and harvested 30 min later. The phosphorylation levels of 

phosphorylated NF-κB p65 (Ser276) and CREB (Ser133) were analyzed by Western 

blotting with specific antibodies. ß-Actin was used as a loading control and data are 

representative of 2 independent experiments. 

 

Supplementary Fig. 4. Effect of different doses of compound 69407 on TPA-

promoted skin carcinogenesis in mice. The shaved dorsal surface of each mouse was 

initiated by topical application of DMBA (200 nmol) in acetone. After 2 wk, mice were 

topically treated with various doses of compound 69407 (0, 100, 200 or 500 nmol) in 

acetone followed 30 min later with TPA (17 nmol) in acetone. (A) TPA (left) and TPA 

combined with 100 nmol compound 69407 (right) treated mice with papillomas. (B) TPA 

(left) and TPA combined with 200 nmol compound 69407 (right) treated mice with 

papillomas. (C) TPA (left) and TPA combined with 500 nmol compound 69407 (right) 

treated mice with papillomas. Pictures were taken at 20 week after DMBA treatment. 



Note: The left two mice (TPA-treated) in (A), (B) and (C) are the same for comparison.  


