
SUPPLEMENTAL METHODS 

 

 

Cell viability assay 

Cells (2X103/100 μL) were seeded in a 96-well microtiter plate and incubated for 24 h 

with EGCG (0-40 μM). Viability was estimated using the CellTiter 96 AQueous One 

Solution Cell Proliferation Assay Kit (Promega, Madison, WI) according to the 

manufacturer’s instructions. The assay solution was added to each well and absorbance 

(492 nm and 690 nm background) was read using a 96-well plate reader. 

 

Anchorage independent transformation assay 

Neu/Pin1 WT and Neu/Pin1 KO cells (8x104) were treated with various concentrations 

of EGCG, Juglone or PiB, respectively, in 1 ml of 0.33% basal medium Eagle’s (BME) 

agar over 3 ml of 0.5% BME agar containing 10% FBS. The cultures were maintained in 

a 5% CO2 incubator at 37°C for 14 days and scored using a microscope and the Image-

Pro PLUS computer software program (v.6, Media Cybernetics; Silver Spring, MD). 

 

Cell culture 

Pin1-deficient (Pin1KO), Neu/Pin1 knockout (KO), Pin1-expressing (Pin1WT), and 

Neu/Pin1 wildtype (WT) mouse embryonic fibroblasts (MEFs) were kindly provided by 

Dr. Kun Ping Lu (Department of Medicine, Harvard Medical School, Boston, MA) 22. All 

MEFs were maintained in Dulbecco’s Modified Essential Medium (DMEM) 

supplemented with 10% fetal bovine serum (FBS) at 37°C in a 5% CO2 incubator.  



 

Cell cycle and apoptosis analysis The cell cycle distribution was analyzed by flow 

cytometry as described previously45. After treatment with EGCG for 24 h, the cells were 

analyzed with a Beckman Coulter Epics XL-MCL flow cytometer (Beckman Coulter, 

Miami, FL) using MultiCycle software (Phoenix Flow Systems, San Diego, CA). The 

proportions of cells in G1, S, and G2/M phases are represented. For apoptosis analysis, 

the apoptosis rates of cells were determined using annexin V based 

immunofluorescence. Cells (1 × 105) were plated in 6-cm culture dishes at 

concentrations determined to yield G1, S, and G2/M within 24 h and treated with either 

DMSO or EGCG (10 to 60 �M) for 24 h and then double-labeled with annexin V and PI 

and analyzed by flow cytometry.  

 

Luciferase assay 

Transient transfection was conducted using jetPEI (Qbiogene, Carlsbad CA), and firefly 

luciferase and Renilla activities were measured according to the manufacturer’s 

instructions (Promega, Madison, WI). Pin1WT and Pin1KO MEFs (1 x 104/well) were co-

transfected with the activator protein-1 (AP-1) or nuclear factor-κB (NF-κB) reporter 

plasmid and cultured for 24 h and then treated with EGCG (0-60 μM) and incubated for 

1 h before TPA was added and cultured for another 24 h. Firefly and Renilla luciferase 

activities were measured using the Luminoskan Ascent plate reader (MTX Lab, Inc.). 

The relative luciferase activity was calculated as a percentage of the activity of TPA-

induced AP-1- or NF-κB-luciferase-transfected Pin1 compared to untreated control and 

transfection efficiency was normalized against Renilla luciferase activity. Data are 



presented as means ± S.D. of at least 3 independent triplicate experiments. Differences 

were assessed by one-way analysis of variance (ANOVA) and the minimum level of 

significance was set at p < 0.05. 

 

Western blot analysis 

Neu/Pin1 KO and WT MEFs were grown in 10-cm dishes for 24 h at a density of 

2x105/ml and then treated with various concentrations of EGCG (0, 10, 30, or 60 μM) for 

24 h. Cells were disrupted in lysis buffer (0.5 M Tris pH 7.4, 1.5 M NaCl, 2.5% 

deoxycholic acid, 10% NP-40, and 10 mM EDTA) containing proteinase inhibitors. Total 

proteins were separated by SDS-PAGE and transferred to PVDF membranes. The 

membranes were blocked with 5% skim milk, and then incubated with appropriate 

primary antibodies followed by incubation with horseradish peroxidase-conjugated 

secondary IgG antibodies. Immunocomplexes were detected using an ECL kit 

according to the manufacturer’s instructions (Amersham Biosciences, Piscataway, NJ). 

 


