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ATPase Stain Kit

Cat: G2380
Size: 5x50mL
Storage:2-8°C, avoid light, valid for 6 months.

Kit Components

Reagent 5x50mL Storage
Reagent(A):Alkaline Pre-Incubation Solution 50mL RT, avoid light
Reagent(B): Acidic Pre-Incubation Solution 50mL RT
Reagent(C): ATPase Incubation Solution 50mL 2-8°C, avoid light
Reagent(D): Co Solution 50mL RT
Reagent(E): Vulcanizing Solution 2x1mL RT, avoid light
Reagent(F): ATPase Contorl Solution 10mL 2-8°C, avoid light

Introduction

Adenosine triphosphatase (ATPase) is a kind of hydrolase, which catalyzes the hydrolysis of ATP. According
to different activators, inhibitors and enzyme location, ATPase can be divided into membrane ATPase, myosin
ATPase and mitochondrial ATPase. ATPase can hydrolyze adenosine triphosphate into adenosine diphosphate and
phosphoric acid. This enzyme only acts on the high energy bond between phosphoric acid and phosphoric acid,
thus releasing a lot of energy. The catalytic reaction is as follows: A-P-P-P + HoO—A-P-P + H3PO4 + energy.

The principle of ATPase Stain Kit is that adenosine triphosphate is hydrolyzed by ATPase enzyme to
adenosine diphosphate and phosphoric acid, the phosphate radical combines with calcium ion to precipitate
calcium phosphate, then replaced with cobalt phosphate, and the final product is black precipitate.

Protocol(for reference only)

1. Fix the frozen section for 3-5 min or dry up by air. (See Note 1)
2. Incubate one section in Alkaline Pre-Incubation Solution at room temperature for 15 min. Incubate another
section in Acidic Pre-Incubation Solution at room temperature for 5min, and then incubate in Alkaline

Pre-Incubation Solution for 30s again.

P

Put the two sections in ATPase Incubation Solution at the sme time and incubate for 30-45min.
Wash with 1% calcium chloride three times for 1 minute each time.

5. Add the sections into Co Solution for 3min, wash fully with distilled water for 4-5 times, and rinse with

running water for 2min.

6. In the above process, take the Reagent (E) and dilute it with distilled water for 50 times to prepare
Vulcanizing Working Solution. It is ready to use. Then put the two sections in it and incubate for 1-2min.
7.  Wash with running water for 10min and remove the sections into distilled water.

8. Dehydrate by 95% ethanol and absolute ethanol.
9. Transparent by xylene and seal with resin.

Result

I The positive site of enzyme

I Black Precipitate

Muscle FiberTypes

Muscle Fiber Types Alkaline Pre-Incubation Solution Acidic Pre-Incubation Solution
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Negative Control(optional)

Take the control section, incubate with Reagent (F)-ATPase Contorl Solution, and compare with the section
incubated in ATPase Incubation Solution. There may be nonspecific phosphatase (monoester) in the same site of
the two reactions, and the activity of ATPase lies in different sites of the two reactions.
Put the section into 80 C distilled water for 10min and incubate it with other tissue sections at the same time, the

result should be negative.
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Note

1. G2147-Neutral Formalin-Calcium Fixative, 10% can be used as fixative.Ethanol, methanol , acetone or some
fixative with PB are not recommended.

2. The sections should not be washed with water before and after they are put into ATPase Incubation Solution.

To display the fresh tissue of muscle ATPase, must slice after frozen quickly.

4. In order to identify the type of muscle fiber, it is best to use continuous frozen sections, and pay attention to
reduce the exposure time of sections at room temperature.

5. ATPase Incubation Solution and Vulcanizing Solution are easy to lose effect. It is better to store them in
small parts and use them immediately once open.

6. Vulcanizing Solution has corrosive and irritating smell, pleas operate carefully.

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

(98]

a4

AE@RRHMEER. B2BATES. EFRET. fRRREERBIE.



