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We established a protocol for isolating epithelial cells from surgically
resected human intestinal specimens from neonates and infants and culturing them as 3D organoids
over multiple passages. We found that the organoids can be grown in serum-free media with defined
concentrations of Wnt3a and R-spondin 1 which are essential for maintenance of intestinal stem
cells. We confirmed that organoids maintained by our protocol are composed of intestinal stem cells
and all type of differentiated cells. Furthermore, we also demonstrated that infant small intestinal

tissues can generate expandable organoids even after storage for up to 2 days post-resection. This
could offer an option of using surgical intestinal specimens from infants to generate organoids when
the specimens are expected to be processed within two days, which would broaden the opportunity for
the study of human infant intestinal epithelia and their relevance to pediatric diseases.
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