Enteroids are 3D structure obtained from the differentiation of stem cell of intestinal crypts and contain the different cell types of the original tissue. This model has proven to be very useful for studying intestinal viruses not cultivable on cell lines. Despite the publication of isolation and culture protocols for porcine enteroids, a great variability among them has been observed. The aim of this project was to implement and standardize the existing methods to generate and cryopreserve porcine. In this work, we established the experimental conditions required to obtain mature and long-term cultivable enteroids expressing all cell types present in the small intestine. We found that different culture media impact enteroid cell differentiation and determined the conditions to culture 2D enteroids. We also optimized the cryopreservation to enable long-term storage. This in vitro model will be employed to study the biology of specific porcine rotavirus strains  
