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prognosis. Currently, there is no effective treatment, and patients diagnosed with CCA typically have a five-year survival rate of less than 10%. These poor clinical outcomes are largely due to the advanced stage at diagnosis and the extreme biological heterogeneity of CCA. A major impediment to understanding the molecular origins of CCA and establishing novel diagnostic and therapeutic

approaches is the lack of reliable CCA cell models, which has prevented investigation of the exact molecular mechanisms driving this deadly disease. The goal of this proposal is to develop a cell model for CCA based on the recently established CCA cell line Cholangiocarcinoma-K24M (CCA-KM). CCA-KM was derived from a single patient with CCA by passaging CCA in the presence of the
epigenetic modifier 5-azacytidine. The K24M mutation in CCA-KM arises during the selection process and has important functional consequences for this cell line. CCA-KM cells do not form tumors in immunodeficient mice, but they do form tumors after they are stably transfected with the human TRP53 tumor suppressor gene. The TRP53 mutant protein mediates the formation of a novel

epithelial-mesenchymal transition, which allows CCA-KM cells to grow as spheroids in 3-D culture. This novel growth pattern in 3-D culture differs significantly from the classical "spheroid" in 2-D cell culture. Furthermore, 82157476af
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