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Osteoblastic-like cell culture with modified method of mixed enzymatic digestion LI Jing, HUANG Luyu,
WANG Quanping ,et al . Institute of Orthopaedics of Chinese PLA , Xijing Hospital , The Fourth Military
Medical University ( Shanxi Xi’ an ,710033 , China)

[ Abstract] Objective To investigate possibility of culture of osteoblast from rat cranial bone in vitro
with modified method which based on the combination of tissue block and mixed enzyme digestion Methods
The newly born SD rats were sacrificed and the cranial bones of the rats were obtained and cut to blocks of 1
mm X 1 mm. Then the blocks were digested by collagenase combined with trypsogen two times with 10 min-
utes for the first time and 30 minutes for the second time. The ratio of collagenase to trypsogen is 3 to 2 for the
first time,3 to 1 for the second time, respectively. ALP stains for the cultured cells and TEM investigation
were performed to determine the activity of osteoblast. Results The area positive for ALP staining is no less
than 90% in the primary culture and almost 100% in the subculture.Calcium nodule appeared on the 18th
days. Ultrastructural investigations showed that there are microvillus on the surface and plenty of rough endo-
plasmic reticulum in cells. BMP-immunoeactivity was detected in the primary culture cells and increased gradu-
ally and peaked in fifth subculture using immunocytochemical technique.Conclusion The modified culture of
osteoblastic-like cells has the advantages of single component and stable phenotype, therefore can be used for
the study of metabolism and physiology of osteoblast in vitro.
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