( BioMied Central

Journal of Neuroinflammation The Open Access Publisher

This Provisional PDF corresponds to the article as it appeared upon acceptance. Fully formatted
PDF and full text (HTML) versions will be made available soon.

Comparing the immunosuppressive potency of naive marrow stromal cells and
Notch-transfected marrow stromal cells

Journal of Neuroinflammation 2011, 8:133  do0i:10.1186/1742-2094-8-133
Mo A Dao (mo.dao@san-bio.com)
Ciara C Tate (ciara.tate@san-bio.com)
Irina Aizman (irina.aizman@san-bio.com)

Michael McGrogan (michael.mcgrogan@san-bio.com)
Casey C Case (casey.case@san-bio.com)

ISSN 1742-2094
Article type Research
Submission date 15 March 2011
Acceptance date 7 October 2011
Publication date 7 October 2011

Article URL http://www.jneuroinflammation.com/content/8/1/133

This peer-reviewed article was published immediately upon acceptance. It can be downloaded,
printed and distributed freely for any purposes (see copyright notice below).

Articles in NI are listed in PubMed and archived at PubMed Central.
For information about publishing your research in JNI or any BioMed Central journal, go to

http://www.jneuroinflammation.com/authors/instructions/

For information about other BioMed Central publications go to

http://www.biomedcentral.com/

© 2011 Dao et al. ; licensee BioMed Central Ltd.
This is an open access article distributed under the terms of the Creative Commons Attribution License (http://creativecommons.org/licenses/by/2.0),
which permits unrestricted use, distribution, and reproduction in any medium, provided the original work is properly cited.


mailto:mo.dao@san-bio.com
mailto:ciara.tate@san-bio.com
mailto:irina.aizman@san-bio.com
mailto:michael.mcgrogan@san-bio.com
mailto:casey.case@san-bio.com
http://www.jneuroinflammation.com/content/8/1/133
http://www.jneuroinflammation.com/authors/instructions/
http://www.biomedcentral.com/
http://creativecommons.org/licenses/by/2.0




the pPCM\AhNICD1-SV40- Ned® plasmid using Fugene6 (RocBéagnostics, Indianapolis, IN).
After 7 days of selection with00 RyYml G418 (Invitrogen)the G418resistant colonies were
expanded and passed twice prior to cryopreservation as SB623Tdalsiesults in a uniformly

transiently transfected population of MSCs.

gPCR and gRIPCR

Two days after transfection with pNRICD plasmid, cells were lysed and DNA or RNA
purified using Qiagen’s QIAAmp DNA or RNeasy mini kits (@&n, Valencia, CA),
correspondingly, according to the manufacturer’s protocols. Quantitative reaPR or RT
PCR analyses were conducted using QuantiTect Probe PCR-BCRTKits, respectively, on

Lightcycler (Roche).

For exogenoudICD (eNICD) gPCRanalysis, purified RNAree DNA samples were used at 65

ng (10000 diploid human genomes) per reaction and eNICD gene copy numbers were
determined using eNICIDNA-specific Tagman assay (forward primer:
TTGGTCTTACTGACATCCACTTTG, reverse primer CAGACACTTTGA®CCCTCAG,
exo-NICD-specific probe [EFAM]JCCCAGTTCAATTACAGCTCTTAAGGCTAGAG[BHQ1a
6FAM])). Amplification signals were compared to those of gfNMEZD 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 analyddl@bD a
target gene, human Hes1l and GAPDH (control) Tagman assays (Applied Biosysaeisizad,

CA) were used. Normalized Hesl expression levels are presented relativelsoinenon

transfected cells.

Phenotypic characterization by flow cytometryror cell surface phenotyping/SCs or
SB623 cells werdarvested with 0.25% Trypsin/EDT@nvitrogen),washedin PBS/2% FBS,

and resuspended inL ml of PBS/2% FBS. Cells werthen stained with fluorochrome
conjugated antibodies against CDZ2D31, CD34, CD44, CD45, CD73, CD90 (all from BD
BiosciencesSan 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. Analysedomerto


















