
 

Supplementary Methods 

 

Materials 

1-O-hexadecyl-2-N-methylcarbamyl-sn-glycero-3-phosphorylcholine (cPAF) was from 

Biomol International. 1-O-octadecyl-2-O-methyl-sn-glyceryl-3-phosphorylcholine (edelfosine), 

and rabbit anti-PAFR were from Cayman Chemical. PAF and lyso-PAF were from Avanti Polar 

Lipids. Rabbit anti-p-Akt473 and rabbit anti-caspase-3 antibodies were from Cell Signaling. ICN 

Biomedicals provided a mouse monoclonal antibody against β-actin. Mouse anti-PARP-1 was 

from Santa Cruz Biotechnology and rabbit anti-PCNA (clone ID EPR3821) was from Epitomics, 

Inc. Rabbit anti-β-arrestin 1 (A1CT) was a generous gifts from Dr. Robert J. Lefkowitz, 

Department of Biochemistry, Duke University Medical Center. Rabbit anti-PHLPP1 and 

PHLPP2 antibodies were from Bethyl Laboratories. Horseradish peroxidase (HRP)-labeled 

secondary antibodies were from BioSource International. Invitrogen™ provided the 

mammalian expression vector pcDNA 3.1 Zeo¯. FuGENE® HD Transfection Reagent was from 

Promega Corporation. PVDF membranes and chemiluminescence detection reagents were 

provided by PerkinElmer Life Sciences. The PAFR antagonists WEB2086 and BN-52021 were 

from Tocris. We purchased anisomycin, calyculin A, Gö-6983, and okadaic acid from EMD-

Millipore, and Gö-6976, KT-520, and bisindolylmaleimide-I hydrochloride (BIM-1) from BioMol. 

Pertussis toxin, forskolin, anti-FLAG beads, and all other reagents were from Sigma-Aldrich. 

 

Small interfering RNAs 

The target sequences for PHLPP1 and PHLPP2 siRNAs are listed below:  

PHLPP1  5’-GGAATCAACTGGTCACATT-3’ 

PHLPP2  5’-CCTAAGTGGCAACAAGCTT-3’ 



 

Immunoblot analyses 

We harvested cells in 200-400 μl of cell lysis buffer [20 mM Tris-HCl (pH 7.5), 150 mM 

NaCl, 1 mM Na2EDTA, 1% Triton X-100, 2.5 mM sodium pyrophosphate, 1 mM β-

glycerophosphate, 1 mM Na3VO4, 1 µg/ml leupeptin]. Insoluble material was removed by 

centrifugation at 12,000 x g for 10 min at 4°C. Protein concentration was determined by the 

BCA protein assay (Bio-Rad). We subjected protein extracts (up to 120 µg) to electrophoresis, 

and immunoblot analyses. Immunoreactive bands were identified by chemiluminescence and 

band intensity was quantified using GelQuant.NET software provided by 

biochemlabsolutions.com. 

 

Histology and immunohistochemistry 

Segments of the small intestines of Apc Min/+ and Apc Min/+ / Pla2g7 —/— mice were fixed in 

4% formaldehyde overnight, embedded in paraffin, and cut in 4 µm sections. After 

deparaffinization and rehydration, sections were stained with hematoxylin and eosin, according 

to standard procedures. Immunohistochemical examination was performed using a rabbit anti-

PCNA antibody diluted 100-fold. As the secondary antibody, biotinylated anti-rabbit IgG (200-

fold dilution, Vector Laboratories, Inc.) was employed. Staining was performed using avidin-

biotin reagents (Vectastain ABC reagent), 3,3′-diaminobenzidine and hydrogen peroxide. As 

negative controls, consecutive sections were immunostained without exposure to the primary 

antibody. These sections showed virtually no signal and are, therefore, not shown. TUNEL 

assays were conducted using ApopTag® Plus Peroxidase In Situ Apoptosis Kit (Millipore, 

S7101), following the manufacturer’s recommendations. Counterstaining was performed using 

a 50:50 mixture of 2% Alcian Blue and 2% Methyl Green. 

 

Statistical analyses 



 

Immunoblot data are representative of at least two independent analyses conducted using 

similar experimental conditions. Protein determination assays were conducted in duplicate and 

the results typically varied by no more than 5%. In our animal studies, we report average 

numbers of polyps or tumors per mouse ± S.D. The significance of differences in polyp and 

tumor incidence was analyzed using Student’s t test. Results were deemed to be statistically 

significant when p values were lower than 0.05. 

 


