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Clinical biopsy procedure to generate the bioartificial transplant. For vascular re-endothelialization, we isolated autologous PBMC from the patient’s blood. Therefore, 400 ml whole blood were withdrawn from the patient’s right basilical vein and a 70ml buffy-coat was prepared. The buffy coat was diluted in phosphate buffered saline containing calcium and magnesium (volume ratio 1:1) and purified over a Bicoll density gradient (Biochrom, Berlin, Germany) to isolate the peripheral blood mononuclear cells. To generate a sufficient cell number, cells were cultivated for 1 week in Endothelial Cell Basal Medium 2 (EBM-2) (Cambrex Bio Science, Verviers, Belgium). 

To obtain autologous muscle cells and fibroblasts for re-seeding the acellular scaffold, we performed a 3 x 2 cm musculocutaneous biopsy of the patient’s left thigh in local anesthesia. The corium was isolated from the epidermis and the muscle biopsy was freed from adjacent subcutaneous adipose tissue and its aponeurosis. Corium, muscle tissue and the aponeurosis were stored in 4°C cold DMEM Ham`s F12 (PAA, Pasching, Austria) and processed within one hour. The tissue biopsies were minced and the skin and muscle samples were incubated in 12 and 25 ml Collagenase type 2 (0.45 U/ml)(SERVA Electrophoresis GmbH, Heidelberg, Germany), respectively, under shaking conditions for 11 h in 25 ml at 37°C. 










