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In bovine ciliary muscle (BCM), stimulation of M3-muscarinic receptors (M3R)
opens two types of non-selective cation channel with different unitary conductances. In this work we
developed a new method to obtain BCM cells with unprecedented quality and amount. The ciliary body
dissected from bovine eye were treated with collagenase, and the dispersed cells were subjected
centrifugation through discontinuous Percoll density-gradient of 1.050 and 1.060 g/mL. Cells were then
collected from the 1.050/1.060 interface and cultured for 1-3 days. In the cultured BCM cells, carbachol
(2 uM) evoked a phasic and tonic increase of [Ca2+]i. Caffeine (20 mM) caused a phasic rise of [Ca2+]i in
the absence of extracellular Ca2+. These responses were clearly observed in 5 x 106 cells obtained by
the single-step centrifugation procedure. Immunological staining revealed abundant expression of TRPC1,
TRPC3, TRPC4, TRPC6 and Orail (as well as of M3R) 1n the plasma and endoplasmic membranes.
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