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Supplementary Methods 

 

Primary B-CLL patient cells and continuous cell lines purification and culture 

Peripheral blood mononuclear cells (PBMC) were isolated by gradient centrifugation with 

lymphocyte cell separation medium (Cedarlane Laboratories, Hornby, ON). T lymphocytes, NK 

lymphocytes, granulocytes and monocytes were negatively depleted from peripheral blood 

leucocytes (PBL) with immunomagnetic microbeads and the AutoMACS (Miltenyi Biotech, 

Auburn, CA), obtaining a purity exceeding 95% of CD19+ B-CLL population, as assessed by flow 

cytometry. Patient cells were cultured in RPMI containing 10% FBS, L-glutamine and 

Penicillin/streptomicin (Gibco). 

EHEB, JVM-2, JVM-3, BJAB cells were routinely cultured in RPMI-1640 medium (Gibco 

BRL, Grand Island, NY) while MEC1 and MEC2 were cultured in ISCOVE medium (Euroclone, 

Pero, Italy), containing 10% FBS, L-glutamine and Penicillin/Streptomycin (Gibco). 

 

RNA analyses  

Total RNA was extracted from cells by using the Qiagen RNeasy Plus mini kit (Qiagen, 

Hilden, Germany) according to the supplier’s instructions and as previously described (27). The 

quality of the total RNA preparation was verified by agarose gel before transcription into cDNA, 

using the QuantiTect Reverse Transcription kit (Qiagen). For analysis of TCL1 and MDM2 genes 

expression, we have used the SYBR Green real-time PCR detection method, using the 

SABiosciences RT2 Real-TimeTM gene expression assay, that include specific validated primer sets 

and PCR master mixes (SABiosciences, Frederick, MD). The PCR primer set for human TCL1 

gives a 134 bp amplicon (Reference Position: 280, given on the Refseq Accession NM_021966; 

these primers can also generate an amplicon from the following splice variant: NM_001098725); 

the PCR primer set for human MDM2 gives a 65 bp amplicon (Reference Position: 343, given on 

the Refseq Accession NM_002392; these primers can also generate amplicons from the following 
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splice variants: NM_006878; NM_006879; NM_006881; NM_006882; NM_001145336; 

NM_001145337; NM_001145339; NM_001145340); while the primer sets for the housekeeping 

gene POLR2A gives a 183 bp amplicon (Reference Position: 2781, given on the Refseq Accession 

NM_000937) as reported at the SABiosciences web site. All samples were run in triplicate with the 

Real Time thermal analyzer Rotor-GeneTM 6000 (Corbett, Cambridge, UK). Expression values 

were normalized to the housekeeping gene POLR2A amplified in the same run. 

To ascertain the p53 status, mutation analysis for cDNA of TP53 was performed analyzing 3 

overlapping fragments spanning the TP53 coding region of exons II-X, which were amplified by 

PCR, purified and sequenced. The primer sequences were: #1, AGT CAG ATC CTA GCG TCG 

AG (14-33); #2, GGA GTA CGT GCA AGT CAC AG (381-362); #3, TGC ACC AGC AGC TCC 

TAC AC (225-244); #4, ACA GTC AGA GCC AAC CTC AG (687-668); #5, TTC GAC ATA 

GTG TGG TGG TG (635-654); #6, GAA TGT CAG TCT GAG TCA GG (1187-1168). Numbers 

refer to the human TP53 cDNA sequence (GenBank: NM_000546).  

 

siRNA transfection experiments  

EHEB cells (7x106) were resuspended into 0.1 ml of NucleofectorTM solution of human 

nucleofector kit V (Amaxa, Cologne, Germany). One µg of siRNA were mixed with the 0.1 ml of 

cell suspension, transferred into a 2.0 mm electroporation cuvette, and nucleofected using an 

Amaxa Nucleofector II apparatus (program U-013), following the manufacturer guidelines. siRNA 

were designed and manufactured by Ambion Inc. (Woodward Austin, TX) according to the current 

guidelines for effective gene knock-down by this method. Based on preliminary validation 

experiments, the following siRNA were selected: target #1 for TP53 5'-

GGGAGUUGUCAAGUCUUGCtt-3' (sense) and 5'-GCAAGACUUGACAACUCCCtc-3' 

(antisense); target #2 for TP53, 5'-GGGUUAGUUUACAAUCAGCtt-3' (sense) and 5'-

GCUGAUUGUAAACUAACCCtt-3' (antisense). A cocktail of three different negative control 

siRNAs, each comprised of a 19 bp-scrambled sequence with 3’ dT overhangs (Ambion’s Silencer 
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negative control siRNA), was used to demonstrate that the transfection did not induce nonspecific 

effects on gene expression. The Ambion’s Silencer negative control siRNA sequences have no 

significant homology to any known gene sequences from human and they have been previously 

tested for the lack of non-specific effects on gene expression (Ambion). 


