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Module 2a: Reprogramming fibroblasts using lentiviral method

This service takes 3 months to complete and includes:

Fibroblast expansion, mycoplasma testing, freezing  vials and plating for transduction.

Transduction of 1 well (100,000 cells/well) with lentivirus OSKM-dTomato.

Seeding transduced fibroblasts on irradiated MEFs. The rest of the transduced cells will be frozen. 
Feeding every day.

· Picking 6-12 colonies about month later

· Expansion of colonies. 6 of them will be fully characterized. 

· Freezing 6 vials per line between passage 6 to 9. In some cases, due to reduced grow ability of some lines, we have to grow them to higher passages.

Characterization include:

· RNA extraction, cDNA synthesis and qRT-PCR for endogenous Oct4, Nanog, Sox2, Cmyc, Gdf3, Rex1, Fgf4, Esg1, hTERT, Klf4;

· Embryoid body formation at day 8, RNA extraction, cDNA synthesis and qRT-PCR for mesoderm markers Flk1 and GATA2, endoderm marker AFP, and ectoderm marker Pax6;

· Immunofluorescence for Oct4, Nanog, TRA-1-81, SSE4;

· [bookmark: _GoBack]Immunofluorescence for GFAP (ectoderm), Vimentin (mesoderm) and AFP (endoderm);

Chromosome count

Mycoplasma test of all the clones

Freezing of  6 vials per clone



During the period of reprogramming, you will receive an update around the end of each month, at the time that colonies will be formed, after expansion & freezing of clones and a final report. De data will be send to you by PowerPoint, unless you prefer a different format. 

The Erasmus MC iPS core facility charges a fee of € 7,500 for this module. For Erasmus MC investigators there is a special rate of € 3,500.

In some situations, for no apparent reason, we do not obtain any colonies from the first round of reprogramming. We will then try once more. If the second round is unsuccessful as well, we will not repeat the reprogramming. The investigator will be charged only partially (€ 1,000) for two failed attempts.
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