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Additional file 2: Supplementary Methods

Immunohistochemistry

The tissue was fixed in 4% buffered formalin, routinely processed and embedded in paraffin; 4 ym-
thick tissue sections were cut, heated at 58°C for 2 hours, deparaffinized and immunostained on a
Ventana BenchMark following the manufacturer’s guidelines (Ventana Medical Systems, Tucson AZ,
USA or Dako Autostaniner Plus, Dako Glostrup, Denmark). The reaction was revealed with iVIEW
DAB detection kit, providing a brown reaction product. Table S2 shows antibody source, dilution and
antigen retrieval protocol. Pretreatment for antigen retrieval was performed at 95°C with Tris-EDTA

pH 8 for 20 minutes. Appropriate positive and negative controls were included in each run.
Fluorescence in situ hybridization (FISH)

FISH was performed using the SPEC MDM2/CEN 12 Dual Color Probe (ZytoVision GmbH,
Bremerhaven, Germany) according to the manufacturer’s protocol. Tissue sections of 4 ym were
dewaxed in xylene and treated with an ethanol-to-water series. Sections were incubated in TRIS 5
mM-EDTA 1 mM solution at 95°C for 15 minutes, rinse in distilled water and treated with pepsin
solution (0.04% in 0.01N HCI) at 37°C for 15 minutes. The MDM2-probe was applied to the target
area and the slides were coverslipped and sealed with rubber cement. The samples and probe were
co-denaturated in Dako Hybridizer (Dako, Glostrup, Denmark) at 85°C for 1 minute and incubated
overnight at 37°C. Cases were scored by counting a minimum of 100 tumor cell nuclei at 100X
magnification with a DAPI/green/red triple band pass filter. The number of MDM2 and CEP12 signals
was determined and a MDM2/CEP12 ratio was calculated for each nucleus. A ratio >2.0 in at least

10% of nuclei was considered amplified for the MDM2 gene.



Additional file 3: Table S2

Source of Dilution and Antigen Retrieval of the Antibodies Used

Antibodies Clone Source Dilution/Antigen retrieval

CK AE1/AE3 AE1/AE3/PCK26 Prediluted/Ventana

monoclonal antibody

Smooth muscle actin 1A4 monoclonal antibody Prediluted/Ventana

Desmin DE-R-11 monoclonal antibody Prediluted/Ventana

Myogenin EP162 monoclonal antibody Pre-diluted/Ventana

S100 4C4.9 monoclonal antibody Pre-diluted/Ventana

CD31 JC70 monoclonal antibody Pre-diluted/Ventana
MDM2 IF2 mouse monoclonal antibody 1:50/ Invitrogen

CD34 QBENd-10 monoclonal antibody pre-diluted/Ventana
SATB2 SATBA4B10 mouse monoclonal antibody 1:200/ Abcam
H3F3A (G34W) RM263 rabbit monoclonal antibody 1:600/Histoline

P53 DO-7 monoclonal antibody Pre-diluted/Ventana

P63 4A4 mouse monoclonal antibody Prediluted/Ventana

Ki67 30/9 monoclonal antibody Pre-diluted/Ventana




