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HRP Double Label Detection Kit (Brown-Red)

Cat: DA1018
Size: 3x30mL
Storage: 2-8°C, avoid light, valid for 1 year.

Kit Components
Reagent 3x30mL Storage
Reagent (A): Reagent (A1):Color Solution A 1.5mL 2-8°C, avoid light
First Label Stain Reagent (A2):Color Solution B 1.5mL 2-8°C, avoid light
Working Solution | Reagent (A3):Color Diluent 30mL 2-8°C
Before use, mix A1,A2,A3 well byl: 1: 18 to form Reagent (A):First Label Stain Working Solution
Reagent (B):Quench and Repair Solution(10x%) | 30mL | RT
Dilute and mix with distilled water by 1:9 before use to obtain the Quenching Repair Working Solution.
Reagent (C): Reagent (C1):Color Solution A 1.5mL 2-8°C, avoid light
Second Label Stain | Reagent (C2):Color Solution B 1.5mL 2-8°C, avoid light
Working Solution | Reagent (C3):Color Diluent 30mL 2-8°C
Before use, mix C1,C2,C3 well byl: 1: 18 to form Reagent (C):Second Label Stain Working Solution

Introduction

DAB Chromogenic kit is a kind of reagent kit for immunohistochemical chromogenic, in situ hybridization
chromogenic or Western, Southern, Northern, EMSA and other membrane chromogenic with the help of
Horseradish peroxidase (HRP). DAB, AEC, etc. are commonly used substrates for horseradish peroxidase. Under
the catalysis of horseradish peroxidase, conventional DAB produces brown precipitates, AEC produces red
precipitates, and using DAB with special enhancers can produce purple blue to blue black precipitates. The above
precipitates are insoluble in water, and AEC staining precipitates are easily soluble in alcohol, which can be sealed
with water-based sealing agents. Therefore, they can be used for dual antibody combined staining observed under
optical microscopy.

This product adopts a special formula with high sensitivity, low background, good repeatability, stable
storage, and convenient use. It is suitable for staining and color reaction in protein blotting, immunohistochemistry,
immunocytochemistry, dot blotting, and biochip.

Protocols (only for reference)

1. For tissue sections or protein imprinting membranes, after incubation with horseradish peroxidase (HRP)
labeled antibodies or other forms of HRP labeled probes, wash them 3-5 times with appropriate washing solution,
each time for 3-5 min. (See Note 1)

2. Mix reagents Al, A2, and A3 well by 1:1:18 to form First Label Stain Working Solution. It is recommended
to use within 4 h. (See Note 2)

3. Add an appropriate amount of First Label Stain Working Solution to the tissue slice or membrane to ensure
sufficient coverage of the sample. (See Note 3)

4. Incubate at room temperature in dark for 1-30 min. If the color development time is too long, it can cause an
increase in background. Therefore, the color development process should be closely observed (usually 3-10 min is
optimal), and the color development reaction should be terminated by rinsing with running water when the
background is shallow and reaches the appropriate color development intensity.

5. Rinse the slices with 1 x PBS three times for 1 min each time, immerse them in diluted Reagent (B):Quench
and Repair Solution, and heat repair them. (Boiling water bath for 5-10 min or pressure cooker for 3-5 min after
boiling.)

6. After a brief closure (using a standard blocking solution, the closure time is halved), the second type of first
antibody incubation and labeled second antibody incubation are carried out normally.

7. Mix the reagents C1, C2, and C3 evenly by 1:1:18 to form Second Label Stain Working Solution. It is
recommended to use it within 4 h. (See Note 2)

8. Add an appropriate amount of Second Label Stain Working Solution to the tissue slice or membrane to
ensure sufficient coverage of the sample. (See Note 3)

9. Incubate at room temperature in dark for 1-30 min. If the color development time is too long, it can cause an
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increase in background. Therefore, the color development process should be closely observed (usually 3-10 min is
optimal), and the color development reaction should be terminated by rinsing with running water when the
background is shallow and reaches the appropriate color development intensity.
10. For tissue sections or cell samples, after the color reaction is terminated, other dyes (commonly used no

alcohol hematoxylin or methyl green staining solution) can be used for re staining. For the film, after the color
reaction is terminated, it can be dried at room temperature and stored away from light.

Result
One label Brown Yellow
Second Label | Red
Cell Nucleus | Blue (hematoxylin) or Green (methyl green)
Note
1. Rinsing solution can use 1xPBS, 1xPBST and other commonly used washing buffers in IHC or membrane
chromogenic.

2. Reagent Al and C1 shall be light yellow to purple transparent liquid, the new first standard color working
solution shall be light red to light brown, the second standard color working solution shall be colorless to light
yellow, if too dark or precipitation, do not use. If the good working solution is placed for a long time, resulting in
discoloration or precipitation, do not use it.

3. Itis usually recommended to add 80-100ul Stain Working Solution to each tissue, and 40-50ul Stain
Working Solution to each square centimeter of imprinting film. It is that a 3x30mL HRP Double Label Detection
Kit (Brown-Red) can be used for staining approximately 300 tissue sections or staining imprinted membranes
with an area of 600 square centimeters.

4. Reagent (B):Quench and Repair Solution(10x) can be reused 2-3 times after dilution. If a large amount of use
is required, C1031 sodium citrate antigen repair solution (1) can be used %) Replace.

5. DAB has potential mutagenic effect. For your safety and health, please wear White coat and disposable
gloves.

6. If the chromogenic reaction is poor or cannot confirm the reagent quality for long time, can mix diluted
secondary antibody incubation solution and Stain Working Solution in a ratio of 1:3, and left to stand for
observation. The mixture should turn brownish yellow or dark blue within 2 min and precipitate within 10 min.
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