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Alcian blue and alizarin red staining experimental report

1. Experimental equipment and reagents

1.1 Experimental equipment

Name Manufactor Model

Anatomic forceps

Dissecting scissors

Camera Canon EOS70D
Culture dish
Specimen bottle Wanwu G6008-40ML

1.2 Main experimental reagents

Reagent name Manufactor Article number
Alcian Blue Sigma A5268

Alizarin red West Asia

Glacial acetic acid Sinopharm Group Chemical Reagent Co. LtD 10000218
Ethanol Sinopharm Group Chemical Reagent Co. LtD 100092683
Glycerol Sinopharm Group Chemical Reagent Co. LtD 10010618
Potassium hydroxide Sinopharm Group Chemical Reagent Co. LtD 10017018
Acetone Sinopharm Group Chemical Reagent Co. LtD 10000428

2. Reagent preparation

2.1 Alcian blue 8GS: 0.3 g alcian blue powder was diluted to 100 mL with 70% ethanol as

solvent.
2.2 Alizarin red: 0.1g alizarin red powder was diluted to 100mL with 95% ethanol.

2.3 Alcian blue-alizarin red dye solution: mix 0.3% alcian blue: 0.1% alizarin red: glacial acetic

acid: 70% ethanol in the ratio of 1:1:1:17.
2.4 1% glycerin:1% KOH in the ratio of 1:4
2.5 Preservation solution: 50% glycerin.

2.6 1% KOH: 1 g KOH powder is dissolved in 100 mL pure water.
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3. Experimental step

3.1 Separation and fixation of skeletons: acetone treatment for 2~7 days (usually directly

treated for 2 days during 13~16 days of gestation, and the skin and viscera of fetal rats were

peeled off with two tweezers after pregnancy for more than 16 days) , the tissues were
completely iersed in acetone, and the treatment time could be appropriately prolonged

according to the tissue size.

3.2 Acetone treatment for 2~7 days (usually direct treatment for 2 days at 13~16 days of
pregnancy, and 7 days after peeling the skin and viscera of fetal rats with two tweezers) , the
tissue was completely iersed in acetone, and the treatment time can be appropriately prolonged

according to the size of the tissue.

3.3 Take out the sample, put it in 20% glycerol and transparent for 1 week, until the skeleton

and muscle are clear, and finally transfer to 50% glycerol to take pictures.
3.4 The sample was preserved in 50% glycerol.
4. The results were as follows

4.1 The skeleton of mice is clear and transparent, the skeleton is purplish red, and the

keratinized skin and muscle are blue, and the contrast is clear.
5. Precautions

5.1 Dehydration and acetone treatment time should not be too long, samples will appear uneven

dyeing, especially claws and tail.

5.2 The dyeing time should be strictly controlled. If the dyeing time is too long, the whole

skeleton will turn blue, if it is too light, the skeleton will fade easily.
5.3 1% KOH treatment should not be too long, otherwise the skeleton will disintegrate easily.

6. Pictures
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