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BREIE: 010—56371241/44

Calcium Stain Kit (Alizarin Red S Method)

Cat: G3281
Size: 2x50mL
Storage: 2-8C, avoid light, valid for 6 months.

Kit Components

Reagent 2x50mL Storage
Reagent (A): Alizarin Red S Staining Solution 50mL RT,avoid light
Reagent (B): Fast Green Solution 50mL RT,avoid light

Introduction

Calcium is abundant in human body, which form bones as a scaffold to support human body. Calcium plays
an important role in secretion, transportation, muscle contraction, nerve conduction and so on. Calcium exists in
two forms in the body, one is ionic calcium, which exists in the blood circulation, namely blood calcium; the other
is bound calcium, which combines with protein, carbonic acid or phosphoric acid and sinks in the tissue. Except
for bones and teeth, calcium normally permeates all tissues and cells, and generally does not appear in solid state
in tissues. However, in some cases, calcium precipitates into a solid and settles in the tissue, which is pathological
calcium deposition. When HE staining is used, calcium is usually purple blue. Many dyes can form chelates with
calcium, including Alizarin Red S, purpurin, nuclear fast red, etc. Alizarin red S is an anthraquinone derivative,
which is sodium alizarin sulfonate. It can chelate with calcium carbonate or calcium phosphate to form orange red
complex. Generally speaking, the effect of these dyes is better than that of slight staining when they are used to
recognize large amount of calcium. But Alizarin Red S can get more reliable results for a small amount of
sediment.

Silver nitrate method and alizarin red S method are commonly used in calcium salt staining. The method
used Alizarin Red S and Fast Green in this kit, which is especially suitable for the dyeing of a small amount of
calcium salt tissue.

Self Provided Materials
10% neutral formalin fixative(NBF),Series Ethanol, Tap water, Microscope.

Protocol(for reference only)

1. Fix the tissue with 10%NBF and conventionally dehydrate and embed.
2. Cut the section into 5um, conventionally dewax to 95% ethanol and dry the section up by air.
3. Dye with Alizarin Red S Staining Solution for 1-5min.(See note 1)Rinse with water for at least 1 min.
4. Re-dye with Fast Green Solution for 1min.Rinse with running water for three times and 1min each.
5. Conventionally dehydrate ,transparent and seal with resinene.
Result
Calcium Precipitation Orange Red
Background Green
Note

1. The dyeing time of Alizarin Red S should be determined according to the content of calcium salt, and should
be observed under the microscope. When the calcium salt is dark orange red, take it out and wash it with
water. If the dyeing time is too long, dispersion will appear, generally 1-2mins.

2. After dyeing with Alizarin Red S, the calcium deposits are birefringent.

3. This method is particularly useful in identifying and detecting small amounts of calcium, such as abnormal
calcium in the kidney (excessive calcium in the urine), which is shown as orange red.
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