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Experimental Report on Decalcification and Paraffin Embedding of Bone Tissue

1. Experimental equipments and reagents

1.1 Experimental equipments

Name Factory Model
Dehydrator DIAPATH Donatello
Embedding machine Wuhan Junjie Electronics Co., Ltd. JB-P5
Frozen platform Wuhan Junjie Electronics Co., Ltd. JB-L5
Constant temperature shaker BLabotery ZHPW-250
Electronic scale Electronic SF-400

1.2 Main experimental reagents

Reagent Factory Article Number
Xylene Sinopharm GroupChemical Reagent 10023418
Co., Ltd.
Absolute ethanol Sinopharm GroupChemical Reagent 100092683
Co., Ltd.
EDTA decalcification fluid Servicebio G1105

2. Experimental steps

2.1 Material: place the printed labels and tissues one by one in a perforated PE tube or embedding
frame, then put them in a bucket, pour the new decalcification solution, seal them, and put them in
a constant temperature shaker In the process, decalcification is carried out by constant temperature
shaker decalcification. The replacement period of the decalcification solution is 2-3d.

2.2 Decalcification: Put the decalcification keg into the constant temperature shaker for
decalcification, and the temperature is generally controlled at 25 degrees Celsius Between 30
degrees Celsius. The rate of the constant temperature shaker is controlled at 110-120RPM, and the
degree of decalcification is observed every two days.If the needle can be moved, the tissue is cut
with a Lycra blade according to the material requirements, which can accelerate the softening
speed.

2.3 Dehydrating wax: take out the softened bones, rinse with running water for an afternoon, put
it into the dehydrating basket, and dehydrate in a gradient gradient alcohol in the
dehydrator.Details as follow: 75% alcohol for 2h ; 85% alcohol for 2h; 90% alcohol for 1.5h; 95%
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alcohol for 2h; anhydrous ethanol I for 2h;anhydrous ethanol II for 2h; alcohol benzene for 40min;

Xylene I for 40min; Xylene II for 40min;65°C melted paraffin I for 0.5h at 65°C; Melted paraffin

II forlh; 65° Melted paraffin III for 2h45min.

2.4 Burying: The wax-soaked tissue is embedded in the embedding machine. Put the melted wax
into the box first, remove the tissue from the box before the wax solidifies and put it into the box
according to the accordingly. Cooling at -20°C freezing table, the wax block is removed from the
embedding frame and trimmed after solidification.

2.5 Sectioning: Place the trimmed wax block in a paraffin section ,4pm. thick Slice float on the
spreader 40°C warm water will spread the tissue flat, slide will remove the tissue ,60°C oven

baking sheet. The water is roasted with dry wax and stored at room temperature.
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