Data S1: SUPPLEMENTAL DATA
Isolation and characterization of a pleomorphic sarcoma cell line (PLS-1)
The cell line termed PLS-1 originated from a recurrent pleomorphic sarcoma (MFH vs. pleomorphic liposarcoma) located at the arm of an 80 year old male (Figure S1). Tumor tissue was obtained at surgery and primary culture was established as described below. Cells have been growing well, without interruption, for more than 24 months and have been passaged over 50 times. They continue to exhibit stable growth and are maintained in DMEM/F12 supplemented by 10%FBS and antibiotics. DNA fingerprinting by Short Tandem Repeat (STR) analysis confirmed the cell origin to be from the human tumor and demonstrated that no cross contamination has occurred in culture. Morphologically the monolayer cultured cells appear mostly spindle shaped, multipolar and sometimes polygonal, and show neoplastic features, e.g. bizarre aggregation of chromatin granules, thickened nuclear membranes, and multiple large nucleoli. Cells do no exhibit contact inhibition. The cells have been demonstrated to form colonies in soft agar with a cloning efficiency of 5-12.4%. Cytogenetic analysis revealed highly aneuploid karyotypes, with modal chromosomal number of 70 (range: 62-87). Injection of cells (1X106/mouse) subcutaneously into SCID mice (n=6) resulted in tumor growth after a latency period of 10 weeks ± 1.5. After tumor establishment, lesions demonstrated reproducible growth and reached 1.5cm at largest dimension at 34 days ± 7. H+E staining of xenograft tissue samples demonstrated a histological appearance resembling the original tumor.   
Methods:

LPS-1 Isolation This procedure was conducted with approval from the Institutional Review Board at The University of Texas M. D. Anderson Cancer Center and informed consent from the patient. Tumor cell isolation was conducted as commonly described. Briefly, fresh sterile samples from surgically resected tumors were minced in culture medium and then digested via incubation with collagenase type I (3%), DNase I (0.02%), and hyaluronidase (1.5 mg/ml) at 37(C for 2-4 h. The sample was strained through a wire mesh screen, and undigested tissue was discarded.  After centrifugation, washes, and resuspension in PBS, the sample was gently transferred to Histopaque tubes containing 10 ml Histopaque (100%; Sigma) overlayed with 15 ml of Histopaque (75%). The tubes were then centrifuged at 40(C for 30 min at 1200g.  After centrifugation, the tumor cells located in the top interface (over the 75% Ficoll were collected and plated. Cells were cultured and passaged in DMEM containing 10% FBS (Life Technologies), penicillin-streptomycin, and bovine pituitary extract. 
Short tandem repeat (STR) DNA fingerprinting
DNA was prepared from cells using the Qiagen Blood & Cell Culture DNA Maxi kit according to the manufacturer's protocol (Qiagen, Valencia, CA). DNA fingerprints were obtained for the original human tumor and the LPS-1 cell line using the AmpFlSTR Identifier PCR Amplification kit (Applied Biosystems, Foster City, CA) according to the manufacturer's protocol. The kit amplifies the amelogenin gender-determining marker and 15 tetranucleotide repeat loci in a single PCR amplification using 33 primers (the extra one is a degenerate primer targeting a mutation at the D8S1179 locus). That combination of markers is consistent with worldwide database recommendations for identity testing. Each of the STRs used in this study has a tetranucleotide repeat sequence. Allele calls were made from peak plots by comparing peaks to known fragment sizes using GeneMapper 4.0 (Applied Biosystems). 

Chromosome Analysis
Subconfluent PLS-1 cultures were treated with 15 ml of a solution containing 10 (g/ml colcemid (Life Technologies) for 2 h at 37(C. The cells were harvested after treatment with a solution containing 0.25% trypsin for 1 min. Pooled cells were then resuspended in a hypotonic solution containing 0.075 M KCl; 1 ml of fixation solution (75% methanol, 25% glacial acetic acid) was added, mixed via inversion, and centrifuged. The pellet was resuspended in 5 ml of fixation solution, washed several times, and dropped onto slides. The slides were stained with Giemsa stain (Biomedical Specialties), and metaphase chromosomes were analyzed and counted under a light microscope (100x oil lens) as previously described (1). Images were captured using a SPOT digital camera (Diagnostic Instruments). G Banding was conducted at the Cytogenetics core facility at UTMDACC. 
Soft Agar Colony Formation Assay
The soft agar colony formation assay was performed as described in Materials Section. 

In vivo growth

LPS-1 cells (1X106/0.1 HBSS/mouse) were injected subcutaneously into the flank of six week old female SCID mice. Mice were followed for tumor growth. Study was terminated when tumors reached 1.5cm in largest dimension. Tumors were then resected, preserved in formalin and paraffin embedded. H+E staining was done to evaluate tumor morphology. 
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