Figure S1. Staining procedures
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* with revisions based on procedures in the manufacturer’s manual; procedures labeled with asterisk could be skipped for thin sections of less than 4 um in thickness.

** procedures labeled with asterisk could be skipped, according to the research purposes.

*** with revisions based on procedures in the manufacturer’s manual.

Possible optimization for multicolor staining (according to sample status and research purposes): adding Weigert’s iron hematoxylin staining, differentiation in alkaline alcohol, etc.



Figure S2. Immunohistochemistry protocol for type-X collagen
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Figure S3. Multicolor staining of rat tail vertebra samples decalcified with EDTA and formic acid.
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Note: section thickness 10 um.



Figure S4. Multicolor staining of rat distal femur samples with different section thickness.
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Figure S5. Multicolor staining of pork rib and rat tail vertebra samples decalcified with formic acid.
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Note: section thickness 10 um.



