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Alkaline Phosphatase (ALP) Staining Experiment Report

1. Experimental equipment and reagents

1.1 Experimental equipment

Name Manufactor Model
Dehydrator DIAPATH Donatello
Embedding machine Wuhan Junjie Electronics Co., Ltd JB-P5
Pathology slicer Shanghai Leica Instrument Co., Ltd RM2016
Frozen platform Wuhan Junjie Electronics Co., Ltd JB-L5
Tissue spreader Zhejiang Kehua Instrument Co., Ltd KD-P
Oven Tianjin Laibo Rui Instrument Equipment Co., = GFL-230

Ltd
Slides Servicebio
Orthostatic microscope NIKON, JAPAN NIKON ECLIPSE E100
Image system NIKON, JAPAN NIKON DS-U3

1.2 Main experimental reagents

Reagent name Manufactor Article number
Ethanol Sinopharm Group Chemical Reagent Co. LTD 100092683
Xylene Sinopharm Group Chemical Reagent Co. LTD 10023418
Alkaline phosphatase dye  Servicebio G1033
Hematoxylin dye Servicebio G1004
Differentiation liquid Servicebio G1039

Blue returning liquid Servicebio G1040

Neutral resin Sinopharm Group Chemical Reagent Co. LTD 10004160

2. Experimental steps

2.1 Paraffin slides dewaxed as follow: Two changes of pure xylene for 20 min; Two changes of

pure ethanol for Smin; 75 % ethanol for 5 min, keep slides in tap water.

2.2 Working solution: 2.5 mL alkaline phosphatase dye solution A, 2.5 mL alkaline
phosphatase dye solution B,4.5 mL alkaline phosphatase dye solution C, 0.2 mL alkaline
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phosphatase dye solution D, mixing in 0.3 mL distilled water.
2.3 A drop of alkaline phosphatase dye solution F mixing in 5 mL pure water.

2.4 Incubation staining: the working solution was dropped on the slides, and the slides were
incubated in a wet box at 37 °C for 4 hours,washed with distilled water twice , treated with
alkaline phosphatase E solution for 5 min, washed with distilled water for 3~5 times, treated
with alkaline phosphatase dye solution F for 30-60 seconds,and then washed in running water

for 5 min.

2.5 The slides stained in hematoxylin dye solution for 3~5 min, and then washed in running
water . Used 1% HCL solution to differentiate for 3 seconds, after rinsed in the tap water,

rinsed in hydroxide for 5 seconds to turn blue. And then washed in running water.

2.6 Three changes of pure ethanol for Smin, Two changes of pure xylene for 5 min transparent

and then coverslip with neutral resin.

2.7 Observed under microscope and took images.

3. The results were as follows

3.1 The cytoplasm of osteoblasts was brown black and the nucleus was light blue.
4. Precautions

4.1 Working solution should be used immediately after preparation.

4.2 The dye solution should be kept at 4 °C and then returned to normal temperature before use.
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