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Comparison study of type- | collagenase and type— ]I collagenase on digestion efficiency for primary osteoblast
culture TANG Xiao-kang™ , YING Hang, LI Min, BAO Jie, TONG Pei-jian. * Zhejiang University of Traditional
Chinese Medicine ,Hangzhou 310053 , Zhejiang , China

ABSTRACT Objective:To compare type— I collagenase with type— II collagenase on digestion efficiency for primary osteoblast culture.
Methods : Six neonatal ( <24 hours old) SD rats were executed and their craniums were fetched out and made of bone fragments. The bone
fragments were equally divided into 2 parts and marked as group | and group Il ,then they were respectively digested by 0. 1% type— | col-
lagenase and 0. 1% type— I collagenase at 37 °C two times,one hour at a time. The cell suspensions got from the two-time digestions were
mixed and the cells were cultured. Subsequently, the cells in the 2 groups were respectively counted. The cell shape, cell proliferation and
alkaline phosphatase ( ALP) staining results were observed ,then ALP contents were assayed. Results; Results from cell counting for group [
were 6.20 x 105 cells + mL™",6.00 x 10° cells -+ mL ™" and 5.90 x 10° cells + mL ™" respectively ; while results from cell counting for group
Il were 3.20 x 10° cells - mL™",3.40 x 10’ cells + mL™" and 2.90 x 10° cells + mL ™" respectively. Group [ had about twice as many cells
as compared with group I . Most cells in the 2 groups were in the shapes of fusiform,and cells were connected by 2 —3 synapses. There was
no significant difference in cell shape between the 2 groups. There was no statistical difference in optical density between group | and group
[ (0.492 £0.001)vs(0.491 £0.002) ;¢ =0.379,P =0.713 ]. ALP staining results showed that coffee-colored granules and marron
granules could be easily found in the cytoplasm in the 2 groups after hematoxylin staining. There was no statistical difference in ALP con-
tents between group [ and group I [ (2.929 +0. 024 ) vs (2. 933 +0. 024 ) King unit;z = 0. 389, P =0. 706 |. Conclusion ; Although both
type— I collagenase and type— Il collagenase are suitable for digestions of primary osteoblasts , the former can get more osteoblasts after two-
time digestions for one hour at a time.

Key words Osteoblasts ; Cell culture techniques ; Collagenases ; Animal experimentation
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