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Introduction

The Alkaline Phosphatase Staining Kit (Cat.No. PMC-AK20-COS) is used for the staining of alkaline
phosphatase in osteoblasts. Bone mass is controlled by the balance between the activity of osteoblasts
bone formation and the activity of osteoclasts.

Alkaline phosphatase and tartrate-resistant acid phosphate (TRAP : TRAP staining kit , # PMC-AK04F-COS)
are used as markers for osteoblasts and osteoclasts, respectively.

Components
Component Quantity Storage
Substrate-containing Buffer 50mL 4°C
Chromogenic Substrate 10vials 4°C

One kit contains regents for 10 x 12-well plates

Additional Materials Required

+ 10% Formalin Neutral Buffer Solution
- Phosphate Buffered Saline (PBS)
« Distilled or deionized water

Protocol (12-well plate format)
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Remove culture medium. Wash each well three times with 1mL of PBS.

Add 500uL of the 10% Formalin Neutral Buffer Solution to each well and fix for 20 minutes at room
temperature.

Remove 10% Formalin Neutral Buffer Solution. Wash each well with 2mL of deionized water. (x 3 times)
Dissolve 1 vial of Chromogenic Substrate with SmL of Substrate-containing Buffer.

Add 400uL of Chromogenic Substrates to each well.

Incubate at 3711 for 5-20 minutes. Adjust incubation time until stained ALP is clearly showing the result
in figure 1.

Wash with deionized water to stop the reaction.

Note: Excess incubation will be cause of over stained.
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Figure 1: ALP staining of 3T3-E1
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Notice to Purchaser

This product is to be used for Research Purposes Only. It is not to be used for Drug or Diagnostic Purposes, nor is it
intended for Human Use. Primary cell products may not be resold, modified for resale, or used to manufacture
commercial products without the express written consent of Primary Cell Co., Ltd.

Except as otherwise expressly set forth in this use manual, Primary Cell dose not make any representation or warranties
or conditions of any kind, either express or implied, with respect to the products, or information disclosed hereunder,
including, but not limited to, the implied warranties of merchantability, fit for a particular purpose, or noninfringement of
the intellectual property rights of third parties.
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