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Fig. 10  PTEN-specific knock-down by the expression of PTEN-siRNA plasmid.  (a) PTEN-specific 
knock-downs in AILIM/ICOS-SupT1 and Hut102 cells were performed by the expression of hairpin siRNA
using a pSuper.neo+gfp in pSuper RNAi system (OligoEngine, Seattle, WA).  To generate the PTEN-RNAi
plasmid, a unique 19-nucleotide sequence 5’-GGTGAAGATATATTCCTCC-3’, derived from the mRNA 
transcript of PTEN, was synthesized and cloned into pSuper.neo+gfp vector according to the manufacturer’s 
instructions.  The sequence for PTEN was obtained from GenBank, accession no. NM-000314 (nucleotides 
1691-1709).  PTEN-RNAi plasmids were transfected into AILIM/ICOS-SupT1 cells, and stable 
transformants, which were expressing GFP at high levels, were again isolated by flow cytometry using an 
EPICS ALTRA (Beckman Coulter) after the G418 selection for 2-3 weeks. Total RNA isolates were 
prepared from stable transformants that were highly expressing PTEN-RNAi, using a SV Total RNA 
Isolation System (Promega, Madison, WI).  First-strand cDNA, primed with pd(N)6 random primers, was 
synthesized using a First-Strand cDNA Synthesis Kit (Amersham).  PCR mixtures were prepared using a 
TaqMan Universal PCR Master Mix (Applied Biosystems) containing 0.9mM of each primer, and 
amplification reactions were performed at 95oC for 10min, followed by 40 cycles of 95oC for 0.25min and 
60oC for 1min.  The sequences of PTEN primer pair are: PTEN (forward; 5’-
CCAATGTTCAGTGGCGGAACT-3’, reverse; 5’-GAACTTGTCTTCCCGTCGTGTG-3’).  The gene 
expression levels of PTEN were measured using an ABI Prism 7000 Sequence Detection System (Applied 
Biosystems, Foster City, CA).  PCR product levels were estimated by the measurement of the intensity of 
fluorescence of SYBRA Green.  The expression level of PTEN was normalized to β-actin mRNA.  (b) Cell 
lysates were prepared from the stable transformants of AILIM/ICOS-SupT1 and Hut102 cells, which were 
highly expressed of PTEN-siRNA.  The expression of PTEN was analyzed by Western blot analysis as 
described in Materials and Methods. 
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