
SUPPLEMENTARY METHODS 

 

Cell culture conditions 

A panel of 50 human breast cell lines were obtained from the lab of Joe W. Gray, 

Oregon Health & Science University (Supplementary Table1). For culturing 

conditions, see the LBL breast cancer cell line database at 

http://icbp.lbl.gov/breastcancer/celllines.php and (2). UM-UMC-3, HEK293T and 

GM847 cell lines were grown in DMEM, supplemented with 10% FBS, 1% 

penicillin- streptomycin and 2 mM GlutaMAX (Invitrogen). Jurkat cells were 

grown in RPMI, supplemented with 10% FBS, 1% penicillin- streptomycin and 2 

mM GlutaMAX. All cell lines were grown at 37°C and 5% CO2 if not otherwise 

indicated in (2). 

 

Antibodies for Western Analysis 

Primary antibodies and dilutions used were: goat anti-UPF1/RENT1 (#A300-

038A, Bethyl Laboratories), 1:1000; mouse anti-FLAG (Sigma), 1:2000; sheep 

anti-hTERT, 1:1000 (1); mouse anti-T7 tag (# 69522-3, Novagen, also 

crossreacts with Xpress tag), 1:10,000; mouse anti-human-GAPDH (#MAB374 

Chemicon), 1:50,000). HRP-conjugated secondary antibodies were used at 

1:10,000 dilution.  

 

RQ-TRAP 

RQ-TRAP is a reliable, non-radioactive, Real Time PCR based assay to measure 

telomerase activity. Cycling Parameters were: 2 min denaturation at 95°C, 50 

cycles of 1 s at 95°C, 7 s at 50°C and 10 s at 72°C. RTA was determined using 

the second derivative maximum method and compared to a standard curve 

generated from serial dilutions of telomerase-positive HEK293T cell extracts. To 

exclude that potential PCR inhibitors in the extract impede the reaction, samples 

from every cell line were serially diluted to verify the linearity of the reaction and 

heat-inactivated to verify that the amplification product was attributable to 

telomerase activity. 



 

qPCR  cycling parameters 

The following cycling conditions were used: 95°C for 5 min, 50 cycles of 95°C for 

10 s, 60°C for 20 s, 72°C for 20 s. A melt curve (65-98°C) was generated at the 

end of each run to verify specificity. 

 

Cloning procedures 

For β-deletion cloning, hTERT was subcloned into puc18. A β-deletion fragment 

was amplified from HeLa cDNA using TERT2045 and TERT2565R (3), gel-

purified, digested with BamHI/EcoRV and cassette-exchanged with a 

BamHI/EcoRV puc18-hTERT fragment. Complementary oligonucleotides 

encoding hTERT coding sequence from bp 2490 (BamHI) to 2608 (PTC) were 

cloned into puc18-β-deletion with BamHI and SalI. 

For cloning of pSpliceExpress-hTERT, total genomic DNA from HeLa cells and 

PCR primers carrying compatible restriction sites were used to amplify hTERT 

genomic fragments covering 250 – 350 bp of 3’ and 5’ intronic and whole exonic 

sequences from hTERT intron 5 to 9. Amplicons were ligated and cloned into 

pSpliceExpress (4). 

 

Splicing regulatory proteins 

Xpress-tagged human PTB1, hnRNPs H2, F, C, A1, and L splicing regulatory 

proteins were obtained from the lab of Christopher W. Smith and described in (5). 

T7-tagged SRSF1, SRSF2, SRSF3, SRSF4, SRSF5, SRSF6 and SRSF7 were 

obtained from the lab of Alberto R. Kornblihtt and described in (6). SRSF11 was 

PCR amplified with primers SRSF11 F + R and cloned into the pCG-T7 

expression vector (7). 

Splicing factor binding site analysis. 

The pSpliceExpress-hTERT minigene sequence was analyzed for hnRNPH2 

binding sites and SRSF11 biding sites [SRSF11 binding sites were also reported 

to be identical to Tra2β binding sites (8)] using Splice Aid (9), 



(http://www.introni.it/splicing.html), and Human splicing finder (10), 

(http://www.umd.be/HSF/).   
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