
SUPPLEMENTARY MATERIALS AND METHODS 
 
 
 
 
Cell lines and cell culture conditions 

The colon cancer cell line HT29 and the medulloblastoma cell line DAOY were purchased from 

ATCC (Manassas, VA). The HT29 cell line was grown in RPMI 1640 medium (Euroclone, Pero, 

Italy) supplemented with 10% FCS, 1% Hepes (10 mM, Cambrex Bioscience, Verviers, 

Belgium), 1% L-glutamine 2 mM, and 1% antibiotics-antimycotic mix (Life Technologies). The 

medulloblastoma cell line DAOY was cultured in DMEM medium (Sigma-Aldrich) supplemented 

with 10% FCS, 1% Hepes and 1% antibiotics-antimycotic mix. Normal ovarian surface 

epithelial cells (OSE115) and immortalized OSE cell variants obtained by OSE transfection 

with simian virus 40 (SV40) large T antigen (IOSE110) and by further IOSE transfection 

with cDNA of the catalytic subunit of human telomerase reverse transcriptase (h-TERT) 

(IOSE64 h-TERT and IOSE110 h-TERT) were obtained as described (1) and maintained in 

culture in a 1:1 (v/v) ratio of MCDB-105/Medium-199 (Sigma, St. Louis, MO) supplemented 

with 15%  (OSE)  or 5% (IOSE and IOSE h-TERT) FCS and 100 μg/ml gentamicin. The 

cultures were maintained at 37°C in a humidified 5% CO2/95% air atmosphere. 

 To evaluate the effects of IFN-α on SP cells, the cells were plated in RPMI medium in 

the presence and in the absence of IFN-α (1,000 IU/ml; Intron A, Schering-Plough, 

Bruxelles, Belgium) and maintained in culture for 5 h or 7 d. 

 

Isolation of spheroids 

To separate spheroid structures from single cells, suspensions of PDOVCA#1 and PDOVCA#6 

cells were passed thought cell strainer with cut-off of 40 μm (Becton Dickinson). The cells 



collected from the top of the strainer (enriched in spheroid-like structures), as well as those 

passed through the filter (enriched in single cells and small clusters), were then separately 

treated with Accumax solution (Chemicon International), stained with Hoechst solution 

(Sigma) and underwent FACS analysis of their SP content as described in the Materials and 

Methods. 

 

Quantitative RT-PCR analysis 

Total RNA was isolated from IFN-α treated or untreated SP cells using the RNeasy Mini Kit 

(Qiagen, Hilden, Germany) according to manufacturer's instructions. cDNA was synthesized 

from 0.6 μg  of total RNA by using the Superscript II first-strand system for RT-PCR 

(Invitrogen, Milan, Italy). Real-time PCR was performed with SYBR Green dye and Gene AMP 

5700 Sequence Detection System (PE Biosystems, Foster City, CA).  Five μl of cDNA (7x 

diluted) were used as template; 10 μl of 2X Platinum SYBR Green qPCR SuperMix-UDG 

(Invitrogen) were mixed with templates and primers (10 μM) forward (for) and reverse (rev) 

in a final reaction volume of 20 μl. Cycling conditions were 10 min 95°C, 40 cycles of 15 s at 

95°C and 1 min at 65°C. Each sample was run in duplicate. Amplification efficiency was 

assessed for all primer sets used in separate reactions, and primers with efficiencies in a 

range of 95%-110% were used. All primers for the genes tested were designed with a Tm 

optimum of approximately 60°C and a product length of 100-150 bp (Supplementary Table V). 

For all genes evaluated, mRNA expression was normalized on lamin mRNA by subtracting the 

cycle threshold (Ct) value of lamin mRNA from the Ct value of the gene of interest (ΔCt). 

Fold difference (2-ΔΔCt) was calculated by subtracting the ΔCt (treated sample) - ΔCt 

(untreated sample), to generate ΔΔCt.  



 

Clonogenic assay 

For clonogenic assay, PDOVCA#1 and PDOVCA#6 cells were treated for 18h with hIFN-α 

(1,000 IU/ml); 5 x 103  cells were then suspended in 100 μl of RPMI, mixed with 600 μl of 

MethoCult Media (StemCell Technologies, Vancouver, Canada) and seeded in 24-well plates; 

untreated cells were used as a control of proliferation. Viable colonies were detected 10 days 

later following staining with an MTS solution (Promega, Madison, WI) as colorimetric assay 

for the definition of metabolically active cells. 

 

Generation of a lentiviral vector encoding human IFN-α 

The human IFN-α (hIFN) open reading frame was amplified from cDNA obtained from 

peripheral blood lymphocytes from a healthy donor with primers: 5’-

ATGGCCTTGACCTTTGCTTT-3’ (hIFN for) and 5’-TCATTCCTTACTTCTTAAACTTTCT-3’ 

(hIFN rev). The insert was sequenced to check its identity and subsequently cloned by 

standard procedures into the BamHI/XbaI sites of pCMV-EGFP (2). Lentiviral vector stocks 

were generated by transient transfections of 293T cells as previously reported (2). Prior to 

injection of mice, vector supernatants were concentrated by ultracentrifugation, and 

titrated by an ELISA p24 assay. In preliminary experiments, production of human IFN-α by 

transduced cells was verified by infection of 293T cells with 10-100 ng of vector p24 

equivalents, followed by determination of IFN-α levels in the supernatants of the transduced 

cells 72 hours later by ELISA (Amersham), and by assessment of its biological activity on 

human umbilical vein endothelial cells (data not shown). 
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