
Instructions for use:  

1. For adherent cells: 

a. For cells cultured in 6-well plates, aspirate the cell culture medium, wash once with PBS or HBSS, add 1 

ml of β-galactosidase staining fixative, fix at room temperature 15 minutes. For other types of culture 

plates, the amount of fixative and subsequent solutions is operated with reference to this ratio.  

 

b. Aspirate the cell fixative and wash the cells 3 times with PBS or HBSS for 3 minutes each time.  

 

c. Aspirate PBS or HBSS and add 1 ml of staining solution to each well. Refer to Table 1 for the preparation 

method of the dyeing working solution. 

--galactosidase staining solution A 10μl 

--galactosidase staining solution B 10μl 

--galactosidase staining solution C 930μl 

X-Gal solution 50μl 

 

d. Incubate overnight at 37 ° C. Seal the 6-well plate with parafilm or cling film to prevent 

evaporation. Note: Incubation at 37 °C cannot be performed in a CO2 incubator.  

 

e. Observed under ordinary light microscope. As can be observed in time count, staining fluid may be 

removed, 2 ml of PBS, 4 ℃ can to preserve the number of days; or after adding the liquid were mounted 

were mounted, 4 ℃ can be stored for a long time.  

 

2. For suspended cells: 

a. Centrifuge the cells into a 1.5 ml centrifuge tube, wash once with PBS or HBSS, add 1 ml of β-

galactosidase staining fixative, and fix for 15 minutes at room temperature. When fixed, you can shake 

slowly on the shaker to avoid cell clumps.  

 

b. Centrifuge, aspirate the cell fixative, and wash the cells 3 times with PBS or HBSS for 3 minutes each 

time.  

 

c. Centrifuge, aspirate PBS or HBSS, and add 0.5-1 ml of staining solution to each tube. Refer to Table 1 

for the preparation method of the dyeing working solution.  

 

d. Incubate overnight at 37 °C. Note: Incubation at 37 °C cannot be performed in a CO2 incubator.  

 

e. Take some of the stained cells and drop them onto a glass slide or a 6-well plate and observe under a 

normal light microscope. If the count cannot be observed in time, the dyeing solution can be removed 

by centrifugation, then 1 ml of PBS can be added and stored at 4 ° C for several days. If centrifuged, the 

cells are taken for smear, and after sealing with the sealing liquid, 4 ° C can be stored for a long time.  

 

3. For tissue sections: 

a. Dewax and hydrate the paraffin sections first according to conventional methods. For frozen sections, 

follow the steps below.  

 



b. Add an appropriate volume of β-galactosidase staining fixative to cover the tissue well, and fix it at 

room temperature for not less than 15 minutes.  

 

c. Wash the tissue 3 times with PBS soaked for not less than 5 minutes each time.  

 

d. Aspirate PBS and add the appropriate amount of staining solution. Refer to Table 1 for the 

preparation method of the dyeing working solution. 

 

e. Incubate at 37 ° C overnight, can be sealed with parafilm or plastic wrap to prevent evaporation. It is 

best to soak the entire section in the dyeing working solution.  

Note: Incubation at 37 °C cannot be performed in a CO2 incubator.  

 

f. Observed under ordinary light microscope. If it cannot be observed in time, it can be stored for a long 

time at 4 °C after the sealing liquid is sealed. 

 


