Supplementary methods

Immunohistochemistry


Frozen sections of the heels fixed with 10% formaldehyde were made, and antigen retrieval was performed in 0.01M sodium citrate buffer (pH 6.0) by using microwave oven at 500 W for 3 min. The endogenous peroxidase activity was inactivated by 0.3% H2O2 in methanol for 30 min. Mouse anti-Ki-67 monoclonal antibody (8D5, Cell signaling Tech., Danvers, MA, USA), SignalStain Boost IHC Detection Reagent (Cell signaling Tech.), and DAB peroxidase substrate (Vector Lab., Burlingame, CA, USA) were used for the detection of Ki-67 positive cells. The numbers of Ki-67 positive cells in the periarticular region were counted.
