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the pCMV-hNICD1-SV40- NeoR plasmid using Fugene6 (Roche Diagnostics, Indianapolis, IN).  

After 7 days of selection with 100 �Pg/ml G418 (Invitrogen), the G418-resistant colonies were 

expanded and passed twice prior to cryopreservation as SB623 cells.  This results in a uniformly 

transiently transfected population of MSCs. 

 

qPCR and qRT-PCR 

Two days after transfection with pN2-NICD plasmid, cells were lysed and DNA or RNA 

purified using Qiagen’s QIAAmp DNA or RNeasy mini kits (Qiagen, Valencia, CA), 

correspondingly, according to the manufacturer’s protocols. Quantitative real time PCR or RT-

PCR analyses were conducted using QuantiTect Probe PCR or RT-PCR kits, respectively, on 

Lightcycler (Roche).  

 

For exogenous-NICD (eNICD) qPCR analysis, purified RNA-free DNA samples were used at 65 

ng (10000 diploid human genomes) per reaction and eNICD gene copy numbers were 

determined using eNICD-DNA-specific Taqman assay (forward primer: 

TTGGTCTTACTGACATCCACTTTG, reverse primer CAGACACTTTGAAGCCCTCAG, 

exo-NICD-specific probe [6-FAM]CCCAGTTCAATTACAGCTCTTAAGGCTAGAG[BHQ1a-

6FAM])).  Amplification signals were compared to those of pN2-NICD plasmid serially diluted 

in human genomic DNA (Clontech, Mountain View, CA); results expressed in numbers of 

plasmids per one human diploid genome (plasmids/cell).  For expression analysis of a NICD 

target gene, human Hes1 and GAPDH (control) Taqman assays (Applied Biosystems, Carlsbad, 

CA) were used.  Normalized Hes1 expression levels are presented relative to levels in non-

transfected cells. 

 

Phenotypic character ization by flow cytometry.  For cell surface phenotyping, MSCs or 

SB623 cells were harvested with 0.25% Trypsin/EDTA (Invitrogen), washed in PBS/2% FBS, 

and re-suspended in 1 ml of PBS/2% FBS.  Cells were then stained with fluorochrome-

conjugated antibodies against CD29, CD31, CD34, CD44, CD45, CD73, CD90 (all from BD 

Biosciences, San Jose, CA) and CD105 (Invitrogen, Carlsbad, CA) for 15 minutes on ice.  After 

one wash in PBS/2% FBS, cells were acquired using BD FACS Calibur.  Analyses were done to 












