
Additional file
Preparation of osteoblast-ECM
Osteoblasts were derived from MC3T3-E1 cells (clone 4, ATCC catalogue number CRL-2593; ATCC Teddington, UK), a mouse monoclonal pre-osteoblastic cell line that has been shown to differentiate into osteoblasts and osteocytes [1, 2]. 

The cells were removed according to previous method [3], with some modifications. After washing with PBS, the cells were removed by incubation for 3 min with PBS supplemented with 0.5% Triton X-100 and 10 mM NH4OH, then washed three times with PBS.  The ECMs attached to the dishes were treated with 100 units/ml DNase (Sigma-Aldrich, St. Louis, MO, USA) for 1 h and the resulting ECM was rinsed with PBS, observed by inverted microscopy ( Figure S1), then stored at 4°C for further use.
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Figure S1 Preparation of osteoblast ECM which was coated on dishes.

A. Osteoblasts were observed via inverted microscopy. The cells were  removed after treatment with PBS containing 0.5% Triton X-100 and 0.10 M NH4OH, and treated with 100 units/ml DNase, then the ECMs formed on the surfaces were revealed.

B. The cells were strained with DAPI Staining Solution (Wuhan Boster  Bioengineering Co., Ltd, Wuhan, China), according to manufacturer’s protocol. Before decellularization, the nucleus were observed with fluorescence microscope. After decellularization, the nucleus were removed.
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Figure S2 The protein expression of OPN and Runx 2, the ALP activity and mRNA expression of OCN in unstrained cells, and the relative hydroxyproline (Hyp) level of unstrained cells. Pretreatment of integrin-β1 siRNA or integrin-β5 siRNA nearly had no effect on protein expressions of OPN and  Runx 2, and the hydroxyproline level. Integrin-β1 siRNA reduced OCN mRNA expression and ALP activity, but the effect was weak.

