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ABSTRACT Objective: To optimize the experimental method of culturing Interstitial Cells of Cajal in Balb/c mouse stomach in
vitro, and to provide a basis for further exploring its physiological and pathological mechanism. Methods: The gastrictissues of mice were
removed under the sterile conditions, and the cells were digested and separated by enzymatic digestion. The cell suspension was
inoculated in M199 medium containing Stem Cell Factor and passaged. The cell growth state of different time points was observed under
the inverted microscope, and the ICC specific marker c-Kit (tyrosine kinase receptor) was used for immunofluorescence. Results: After
cultured for 24 hours, the cells were almost adherent, fusiform or triangular with short protuberances. After 72 hours, the cell bodies
became larger and the protuberances were elongated. After 5 days, between the cells connected to each other through projection, began to
form a network structure. And after passage cells still maintain its inherent characteristics. Immunofluorescence showed that cells stained
positive for c-Kit antibody. Conclusion: The ICC was successfully separated by enzymolysis. The number of cells was larger but not
proliferating. After passage, the cell purity was better. After more than 3 weeks of stable culture, the cell morphology gradually changed
and began to apoptosis.
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Fig. 1 ICC cell morphology at different culture time

A, After 24 hours, cell body was smaller and had a short protuberance (X 200); B1, 72 hours after cell body becomes larger, protuberance (x 200); C1, 5

days after the protuberances of the cells extend in different directions and connect with each other to form a network (x 100); D1, After 15 days, the cells

give rise to secondary branches on the primary branches, which are interconnected into a network (X 100); E, 21 days cell membrane has blistering

phenomenon, the edge of Slender protrusions have some small spherical protrusions (x 100); F, After 30 days, cell volume shrinks, becomes smallerr and

round, foaming phenomenon is serious with apoptotic bodies (X 400). B2, C2 and D2 for the control group, cell body is relatively thin, protruding shorter.
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Fig. 2 ICC immunofluorescence staining (x 400)

A: Bright field photograph; B: Immunofluorescence stained cells field c-Kit positive in the dark, the arrow refers to the mast cells, with a very small amount.
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