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Undecalcified Bone Masson Stain Report

1. Experimental equipment and reagents

1.1 Equipment

Brand name Manufactures Model
Oven Tianjin Labotery instrument equipment Co. GFL-230

Ltd
Microslide Servicebio
Optical Microscopy NIKON Nikon Eclipse E100
Imaging system NIKON Nikon DS-U3
1.2 Reagent
Reagent Manufactures Cat
Ethanol absolute Sinopharm Chemical Reagent Co.,Ltd 100092683
Xylenes Sinopharm Chemical Reagent Co.,Ltd 100023418
Masson staining solution Servicebio G1006
Neutral balsam Sinopharm Chemical Reagent Co.,Ltd 10004160

Ethylene glycol ethyl ether

acetate

Macklin

E808814-2.5L

2. Experiment procedure

2.1 Remove the embedding agent and rehydration

Put tissue section into ethylene glycol ethyl ether acetate I 6 h at 37 °C and ethylene ether acetate

II overnight at 37 °C. Then put them into ethylene glycol ethyl ether acetate III 10-15 minutes at

room temperature and ethylene glycol ethyl ether acetateIV 10-15 minutes at room temperature.

The sections were rehydrated in 100%I - 100%II - 95% - 90% - 80% alcohol. Each step takes

anywhere for 10 minutes. Finally rinse with running water.

2.2 The slices ware immersed in Masson staining solution A overnight (about 15 hours).

2.3 The slices were immersed in Masson staining solution A and heated in an oven at 37°C for 30

minutes. Meanwhile, preheat the Masson staining solution D and Masson staining solution F in
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37°C oven.
2.4 Wash with running water for 30 s until the yellow tissue is not obvious.

2.5 Mix Masson staining solution B and Masson staining solution C in equal amount, and stain

section 1 minute, then wash it with running water.

2.6 The nuclei were grayish black after differentiated by 1% hydrochloric acid alcohol for about 1

minute. The background was almost colorless or light gray.

2.7 The running water was slightly washed and the excess water was slightly drained. The whole
tissue was bright red after Masson staining solution D was impregnated for 6 minutes. If the

coloring is too light, the dyeing time can be extended appropriately.

2.8 Drain the excess water as long as possible, but do not take too long time to dry the tissue.

Finally, Masson staining solution E treatment for about 1 minute.

2.9 Slightly drain excess Masson staining solution E and dye it directly into Masson staining

solution E for 2-10 s.

2.10 Put sections into three cylinders of 1% acetic acid rinsing and differentiation for 5 minutes.
Three cylinders of anhydrous ethanol were used for dehydration and the side time is 5 s and 10 s
respectively. Then three cylinders of xylenes were used for transparency for 5 minutes. Finally,

sealed the sections with neutral balsam.

3. Result determination
Collagen fibers are blue. Muscle fibers, cellulose and red blood cells are red.
4. Matter need attention

4.1 The water should be washed slightly faster after Masson staining solution A is

dyed and the sections can be washed clean.

4.2 The staining degree of Masson staining solution D should be controlled. The
collagen part should not be red or deep crimson color, which will affect the staining of subsequent

Masson staining solution F.

4.3 In the process of glacial acetic acid differentiation, if the differentiation
is excessive, the blue color of collagen is too light. On the contrary, it is easy to superposition with

red color into purple blue.
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