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Cytochrome Oxidase Stain Kit (DAB Method)

Cat: G2410
Size: 4x50mL
Storage:-20°C, valid for 6 months.

Kit Components
Reagent Size Storage
Reagent(A): CO Recover Solution 2x50mL | 2-8°C, avoid light
Reagent(B): B1: DAB Solution 45mL -20°C, avoid light
DAB.Incubation B2: DAB Reinforcing Solution | 5mL -20C, avoid light
Solution B3: DAB Reaction Solution 100puL -20°C, avoid light

Mix B1, B2 with B3 as the radio of 9000:1000:2 to form DAB Incubation Solution. It is
ready to use.

Reagent(C):Hematoxylin Staining Solution 50mL 2-8°C, avoid light
Reagent(D): CO Control Solution ImL RT
Introduction

Cytochrome oxidase (CO) is considered to be an intrinsic enzyme of mitochondrial membrane, which has
high activity in cells containing a large number of mitochondria (such as cardiac muscle, renal tubular epithelium,
gastric parietal cells and liver cells). This enzyme activity is often used as an indicator of intracellular oxidative
metabolism, and also as a marker enzyme of mitochondria.

The principle of this kit is that cytochrome oxidase catalyzes the amino oxidation of DAB's side chain,
conducts repeated oxidative polymerization and oxidative cyclization to form insoluble brown Phenazine polymer.
This enzyme is sensitive to fixative, so must use fresh sections.

Self Provided Materials

Constant temperature incubator, Optical microscope

Protocol(for reference only)

1. Cut frozen section in 6um thickness and unfix.

2. Drop CO Recover Solution onto the section and cover the whole sample surface.

3. Put the section into DAB Incubation Solution and incubate it at 37 'C in dark for 45-60mins.

4. Discard the staining solution from the section, drop the CO Recover Solution onto the section, and cover the
whole sample surface.

5. Wash slightly with distilled water for 3-5s.

(optional)Re-dyeing the nucleus with Hematoxylin Staining Solution slightly for 3-5mins.

7. Rinse with running water for 10mins. Dehydrate in ethanol and transparent by xylene, finally seal with
resinene.

Result

o

Active site of CO enzyme Brown
Myocardium, intraepithelial granules of renal tubules(mitochondria) Blue
Negative control (optional): take fresh prepared DAB Incubation Solution, mix it with CO Control Solution as
the ratio of 50:1 to form CO Control Working Solution. Put the adjacent section into CO Control Working
Solution and incubate it at room temperature for 30-60mins, and the rest follow the above steps. It shows negative
reaction.

Note
1. The staining solution is suitable for frozen section and the exposure time of sections at room temperature
should be reduced.

2. The incubation time of DAB Incubation Solution varies with tissues. The hearts and kidneys are incubated
for about 20-30mins, the liver for about 50-60mins, and the thyroid follicles for about 2 h.
3. For your safety and health, please wear experimental clothes and disposable gloves.
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