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Standard Operating Procedure 

Cell Isolation & Flow Cytometry Analysis 
 

Material: 

1. Flow cytometer 

2. Dissection set 

3. 15 ml Polypropylene tube 

4. Petri dish 

5. Microtube 1,5 ml 

6. Haemocytometer + hand tally counter 

7. Centrifuge 

8. Micropipette + Tip 

9. FCM Polystyrene Tube (12 x 75 mm) 

10. Mice (Animal experiment) 

11. Cell staining buffer / Phosphat Buffer Saline (PBS) 

12. Fluorescent conjugated antibody 

13. Evans Blue / Vital dye 

 

Procedure: 

 

 

- dislocation 

- dissection 

- taken the spleen 

- washed & soaked in the PBS solution 

- crushed spleen with base of syringe on ± 5 ml 

PBS 

- peel the skin and other tissue that attached to the 

femur & tibia 

- cut both ends of the bone 

- rinsed with 1 ml PBS, to clear bone 

- filtered with wire & inserted into 15 ml polypropylene tube, up to a certain volume 

 

 

- sentrifuge at 2500 rpm, 5', 10 
o
C 

- discard supernatant 

 

 

- resuspended with 1 ml PBS 

- pipetting 

 

 

- divided into microtube 1.5 ml (according to 

the number of types of staining combinations 

e ui ed  o tai i g ± .  l PBS, @  μl 

- calculated cell isolation result 

∑total cell [cell/ l]= ∑cell count x 5 x fp x 10
4
) 

 

 

 

- sentrifuge at 2500 rpm, 5', 10 
o
C 

- discard supernatant 
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- Extracellular staining 

1. added  μl of spe ifi  a ti ody solutio  to the ell pellet  

2. incubated for 20'at 4 
o
C, dark room 

+. added  μl PBS, aspirate and transferred to Polystyrene tube for flow cytometry analysis 

- Intracellular staining 

1. added  μl of fixation buffer (cat.# 420801 [Biolegend]) 

2. incubated for 20 'at 4
o
C, dark room 

3. added  μl of permeability solution (1X) (Intracellular Staining Permeabilization Wash Buffer 

(10X), cat.#421002 [Biolegend]), homogenization 

4. sentrifuge at 2500 rpm, 5', 10 
o
C, discard supernatant 

 

 

5. added  μl of spe ifi  a ti ody solutio  to the ell pellet  

6. incubated for 20'at 4 
o
C, dark room 

- added  μl PBS 

- aspirate and transferred to Polystyrene tube 
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Standard Operating Procedure 

Cell Isolation from Tissue/Organ 
 

1. Isolation the tissue/organ of the animal experiment. 

2. Tissue/organ washed in the PBS solution. 

3. That tissue/organ crushed with the base of the syringe in a container containing PBS solution of ± 5 ml. 

For bone marrow cell was performed by flushing the bone through both ends of the bone, until the 

bones are colored transparently. 

4. The scouring and / or flushing solutions are inserted on a 15 ml polypropylene tube, the volume of all 

tubes equated. 

5. Separated the solvent from the cell by centrifugation at 2500 rpm, 10 
o
C, for 5 minutes. 

6. Supernatant discarded, pellet cell added with 1 ml PBS. For subsequently divided into microtube 1.5 

ml, according to the number of types of staining combination required, which has contained PBS 

solution. Or used in the absolute cells calculation by Haemocytometer method. 

7. Suspension on microtube 1.5 ml separated by centrifugation at 2500 rpm, 10 
o
C, for 5 minutes. 

8. The supernatant discarded, and the pellet cell are ready for antibody staining. 
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Standard Operating Procedure 

Antibody Staining and Flow Cytometry Analysis 
 

Extracellular staining 

1. added  μl of spe ifi  a ti ody solutio  to the ell pellet . 
2. incubated for 20 'at 4

o
C, dark room. 

3. added  μl PBS, aspirate and transferred to Polystyrene tube for flow cytometry analysis. 

 

Intracellular staining 

1. Performed the staining of extracellular parameter procedure, first. 

2. added  μl of fixation buffer (cat.# 420801 [Biolegend]). 

3. incubated for 20 'at 4
o
C, dark room. 

4. added  μl of pe ea ility solutio  X  (Intracellular Staining Permeabilization Wash Buffer 

(10X), cat.#421002 [Biolegend]), homogenization. 

5. Separated the solvent from the cell by sentrifuge at 2500 rpm, 5', 10 
o
C. 

6. discard supernatant, added  μl of spe ifi  a ti ody solutio  to the ell pellet . 
7. incubated for 20 'at 4

o
C, dark room. 

8. added  μl PBS, aspirate and transferred to Polystyrene tube for flow cytometry analysis. 

 


