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Modified Masson's Trichrome Stain Kit

Cat: G1346
Size: 8x50mL/8x100mL
Storage: 2-8°C, avoid light, valid for 1 year.

Kit Components
Reagent 8x50mL 8x100mL Storage
Reagent(A): Mordant Solution(3x) 50mL 100mL RT, avoid light
Reagent(B): Celestite Blue Solution 50mL 100mL 2-8°C, avoid light
Reagent(C): Mayer Hematoxylin Solution 50mL 100mL 2-8°C, avoid light
Reagent(D): Acid Differentiation 50mL 100mL RT
Reagent(E): Ponceau-Acid Fuchsin Solution 50mL 100mL RT, avoid light
Reagent(F): Phosphmolybic Acid Solution 50mL 100mL RT, avoid light
Reagent(G): Aniline Blue Solution 50mL 100mL RT, avoid light
Reagent(H): Weak Acid Solution(3x) 50mL 100mL RT
Introduction

Narrowly speaking, connective tissue refers to the three types of fibers it contains: collagen fibers, reticular
fibers, and elastic fibers. Collagen fibers are the most widely distributed and abundant type of fiber. Masson
trichrome staining, also known as Masson staining, is the most classic method in connective tissue staining and an
authoritative and classic technical method for collagen fiber staining. The so-called trichrome staining usually
refers to staining the cell nucleus and selectively displaying collagen and muscle fibers. The dyeing principle of
this method is related to the size of anionic dye molecules and the permeability of tissues: the size of molecules is
reflected by their molecular weight. Small molecular weights are easy to penetrate tissues with dense structures
and low permeability, while large molecular weights can only enter tissues with loose structures and high
permeability. However, the molecular weight of light green or aniline blue is large, so after Masson staining,
muscle fibers appear red, while collagen fibers appear green or blue, mainly used to distinguish between collagen
fibers and muscle fibers.

The difference between the Modified Masson's Trichrome Stain Kit and the conventional Masson Trichrome
Stain Kit is that the nucleus of the cell is light stained with Celestite Blue Hematoxylin Solution. It has the
following characteristics: short differentiation time,clear and bright colors; wide application range, suitable for
paraffin section, frozen section and other staining of tissues; long preservation time of stained sections and not
easy to fade. Modified Masson's Trichrome Stain Kit shows that collagen fiber is blue, muscle fiber, cytoplasm,
cellulose, keratin and erythrocytes are red, and nucleus is blue, which was mainly used to distinguish collagen
fiber and muscle fiber.

Self Provided Materials
G2161-Neutral Buffered Formalin Fixative, 10% or P1110-Paraformaldehyde,4%, Bouin fixative, distilled
water, series ethanol, xylene, or G2150 environmental protection tissue transparent dewaxing solution, dye tank

Protocol(for reference only)

Before staining, prepare the working solutions according to the required amount as follows:Mix Reagent (A):
Mordant Solution (3 %) with distilled water at a ratio of 1:2 to obtain Mordant Solution (1*x).Mix Reagent (H):
Weak Acid Solution (3 %) with distilled water at a ratio of 1:2 to obtain Weak Acid Working Solution.

For paraffin sections

1. Fix tissues in 10% neutral formalin or Paraformaldehyde,4% , then dehydrate and embed.

2. Cut the section in 3-6pum thick, dewax to distilled water.

3. Incubate the section in Mordant Solution(1x) for 8-12h at RT or incubate the section in 57-60°C incubator for

1h, then wash with distilled water for three times, each for 3min. (See Note 2)

4. Drop Celestite Blue Solution onto the section and stain for 2-3min. Slightly wash with distilled water twice,
each for 10-15s.

5. Drop Mayer Hematoxylin Solution onto the section and stain for 2-3min. Slightly wash with distilled water
twice,each for 10-15s.

6. Differentiate by Acid Differentiation for several seconds and wash with distilled water to stop differentiation.
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Rinse in running water for 10min(Return to Blue). (See Note 2)

7. Drop Ponceau-Acid Fuchsin Solution onto the section and stain for 5-10min. Slightly wash with distilled
water twice,each for 10-15s .

8.  Treat with Phosphmolybic Acid Solution for 5-10min.

9. Discard the remaining dye solution without washing and stain with Aniline Blue Solution for 3-5min.

10. Wash the section with Weak Acid Working Solution, and rinse in Weak Acid Working Solution for 2mins.

11. Dehydrate quickly in 95% ethanol. Dehydrate in absolute ethanol twice for each time 5-10s.(See Note 6)

12. Transparent by xylene twice for each time 1-2mins. Seal with resinene.

For frozen sections

1. Fix tissues in 10% neutral formalin or Paraformaldehyde,4%, dehydrate by gradient sucrose and embed in
OCT to prepare frozen sections.

2. Cut the section in 8-15um thick. Before staining, place the slices in distilled water and restore to room

temperature for 3min.

The staining steps are the same as steps 3-6 for paraffin sections.

4. Drop Ponceau-Acid Fuchsin Solution onto the section and stain for 5-7min. Slightly wash with distilled

water twice,each for 10-15s .

Treat with Phosphmolybic Acid Solution for 2-3min.

6. Discard the remaining dye solution without washing and stain with Aniline Blue Solution(diluted 3-4 times
by Weak Acid Working Solution)for 1-3min. (See Note 5)

7. Wash the section with Weak Acid Working Solution, and rinse in Weak Acid Working Solution for 2mins.

8.  Dehydrate quickly in 95% ethanol. Dehydrate in absolute ethanol twice for each time 5-10s.(See Note 6)

9. Transparent by xylene twice for each time 1-2mins. Seal with resinene.
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Result

Collagen Fiber Blue

Muscle Fiber, Cytoplasm, Cellulose, Keratin and Erythrocytes Red

Nucleus Bluish Brown
Note

1. Section dewaxing should be as clean as possible.

2.  The Mordant Solution and Acid Differentiation of this kit are optimized formulas, which are colorless
solvents without dangerous chemicals. They are quite different from the properties of classical picric acid
mordant and acid ethanol differentiation solution, witch belongs to normal phenomena. The above two
reagents are optimized substitutes for the original reagent. If you prefer the classic formula, you can replace
the reagents used in the corresponding steps by yourself.

3. The differentiation time of Acid Differentiation should be determined by the thickness of section, the type of
tissue and the old and new.

4. Phosphmolybic Acid Solution has two effects. One is that Phosphmolybic Acid Solution can make the
collagen fiber dyed red differentiate into colorless or light red, while the muscle fiber cellulose is still bright
red; the other one is that it can also play a role of mordant dyeing on the collagen fiber, so that the collagen
fiber is easy to combine with Aniline Blue Solution of macromolecular dye.

5.  Compared to paraffin sections, frozen sections are prone to staining collagen fibers with aniline blue.
Therefore, it is recommended to dilute the Aniline Blue Solution with a Weak Acid solution 3-4 times before
staining. For skin and other easily stained tissues, the staining time can be shortened again.

6. If the tissue shows red or blue decolorization after treatment with 95% ethanol and absolute ethanol, after
cleaning the tissue with the Weak Acid Working Solution, you can spin off the excess liquid, let it air-dry
directly, and then proceed with the subsequent xylene clearing and mounting steps.

7.  Weak Acid Solution can make the color more clear and bright. If the use amount is large, you can buy
G2940-Weak Acid Solution instead.

8.  For your safety and health, please wear experimental clothes and disposable gloves.
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