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Experimental Report on Decalcification of Bone Tissue

(EDTA)

1. Instruments and key reagents

1.1 Instruments

Instrument Manufacture Specifications/Model
Tissue processor Changzhou Zhongwei Electronics | TSJ-SD
Co., Ltd
Tissue embedder Changzhou Zhongwei Electronics | BMJ-A
Co., Ltd
Embedding frame Fujian  Qisheng  Experimental | 58444
Equipment Technology Co., Ltd
Microtome ThermoFisher Scientific SHANDON FINESSE
325
Paraffin Guangdong Dachuan Special Wax
Co., Ltd
Freezing table Wuhan Junjie Electronics Co., Ltd | JB-L5
Water bath - Slide | Changzhou Zhongwei Electronics | PHY-III
drier Co., Ltd
Slide Hubei BIOSSCI Biotech Co., Ltd BP0510
Mixer DLAB Scientific Co., Ltd 0S20-Pro
Analytical balance Shanghai Yaoxin Electronic | LQ-A20002
Technology Co., Ltd
1.2 Key reagents
Reagent Manufacture Specifications/Model
EDTA-2Na Sinopharm 10009717
NaOH Sinopharm 10019718
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2. Procedures

2.1 The fresh tissue was fixed with fix solution for more than 24 hours. The fix
solution was poured out of the EP tube containing tissue after fixation. Then, the EP
tube was filled with the prepared decalcifying solution and sealed.

2.2 Decalcification: The decalcified tissue shall be labeled and the temperature shall
be generally controlled between 25°C and 30°C. The decalcified solution shall be
replaced every 3 days. A small needle can be used to stab bone tissue (not target area),
which can be easily pierced, indicating that decalcification is complete.

2.3 Tissue processing: The decalcified bone tissue was taken out from the tube and
put into the embedding frame with corresponding label. Tissues were washed with
running water and then put into tissue processor for dehydration and wax immersion.
2.4 Paraffin embedding: The wax-soaked tissue was embedded by using tissue
embedder. Firstly, melted paraffin was put in the bottom of the embedded mold. Then,
tissue was taken out of the embedding frame when the paraffin solidified slightly and
put into embedded mold according to the requirements of the different section.
Tweezers were used to gently press the tissue to make the tissue completely flat at the
bottom of mold. Finally, the mold with tissue in it was covered by embedding frame
with corresponding identifier and moved to the -20°C freezing table for cooling. The
paraffin block was taken out from the mold after paraffin solidified.

2.5 The trimmed paraffin block was put on the microtome to be sliced with 4um
thickness. Sections were floated on warm water (42°C) to be flatten and were picked
up vertically by using a glass slide. After tissue was dried, sections were put into
incubator at 60°C for 30 minutes to 1 hour. Sections were taken out of the incubator

and stored at room temperature.

3. Attention
The target area cannot be punctured. The needle head should be small. If the bone

tissue has skin and muscle adhesion, it can be stripped before decalcification.
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4. Technical support

The technical support of decalcification experiment 1is provided by
Hubei BIOSSCI Biotech Co., Ltd (Wuhan Changyan Pathology technology Co., Ltd).
Tel: 400 118 0100

Fax: +86-027-87382710

E-mail: support@biossci.com

Website: www.biossci.com
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