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eMethods. Follow-up and outcome assessment 

 

Cell proliferation from cryopreserved aortic allografts after thawing  

In order to detect viable cells in cryopreserved aortic allografts, culture explants were 

performed from graft biopsies before implantation. Cell proliferation was analyzed by 

optical microscopy after adding fluorescein diacetate. 

DNA extraction and PCR analysis 

In order to detect the presence of donor cells (XY cells) from cryopreserved aortic 

allograft in the biopsy specimens from patient 2 fifteen months after implantation, 

genomic DNA for PCR analysis was prepared as previously described (Bensidhoum 

blood 2004). To detect the presence of human SRY gene,  amplification of the DNA 

using TaqMan® gene expression assays encoding for human SRY gene 

(Hs00976796_s1; Applied Biossystem) and TaqMan® Universal PCR Master Mix 

(Applied Biosystems Inc) were performed using an iCycler thermocycling apparatus 

(MyiQTM Single-Color Real-Time PCR; Bio-Rad Laboratories). The positive control for 

SRY DNA was isolated from human XY MSCs and the negative control for SRY DNA 

was isolated from human XX MSCs 

Immunochemistry of type 2 collagen and Sox9  

Biopsy specimens from patient 4 were fixed in 4% paraformaldehyde (pH = 7.4) for 36 

hours and then embedded in paraffin and cut into 5µm sections, then stained with 

Hematoxylin-Eosin-Safran (HES) for histological examination. Immunodetection of type 

2 collagen and Sox9 were performed using respectively goat polyclonal anti-collagen 

type 2 (Santa Cruz) and rabbit polyclonal anti-Sox9 (Sigma). 


