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A method for isolation, culture , and identification of primary yak lung fibroblasts
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Abstract : The objective of this study was to establish a method for isolation, culture , purification and identification of yak prima-
ry lung fibroblasts ( YLFS) in vitro. YLFS was isolated and purified by mixed digestion of type I collagenase and pancrease com-
bined with differential digestion.Cell viability after cryopreservation and resuscitation was measured.The cell morphology was i-
dentified by hematoxylin-eosin( HE ) staining. Cell growth activity was detected by CCK8 solution.The expression of Vimentin and
a-smooth muscle actin( a-SMA ) were detected by immunofluorescence ,RT-PCR and Western blot.Cell senescence was detected
by B-galactosidase staining.The cells grew gradually on the second day,and the adherent range expanded in a whirlpool shape
on the fourth day.YLFS could be purified by the differential digestion method repeated 2-3 times. After cryopreservation and re-
covery , the cell viability was maintained above 90%.The morphology of YLFS cells stained by HE was mostly tree fork, long
spindle and irregular quadrilateral. The cell growth state was good,and the growth curve was “S” type. YLFS Vimentin and o-
SMA were highly expressed in the gene and protein levels.The results of senescence staining of P13 generation YLFS cells were
positive.This experiment successfully isolated and cultured a large number of energetic yak lung fibroblasts, and established a

method for in vitro isolation and culture of adult yak lung fibroblasts, providing biological materials for further research on the
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high-altitude adaptation mechanism of yak lungs at the single-cell level.

Keywords : yak ; primary culture ; lung fibroblasts ;isolation ; culture ;identication ; enzyme digestion method
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Fig.1 Morphological changes in primary cultured YLFS( A. 10x10;B. 10x20)
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Fig.3  Survival rates of YLFS before freezing
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B 4 HE 3t YLFS(A. 10x20;B. 10x10)
Fig.4 HE staining of YLFS( A. 10x20;B. 10x10)
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Fig.7 RT-PCR of YLFS genes
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