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1.0 Purpose 
  
 The purpose of SOP 2.5 is to detail the procedure for culturing/dissociating mammospheres. 
 

2.0 Scope 
 
 SOP 2.5 is intended to cover all resources, personnel and equipment in the BCR laboratory. 
 

3.0 Materials  

 
Name Description Storage Location 

MammoCult Medium Kit cat# 
05620 

Contains: MammoCult Basal Medium cat# 05621 and 
MammoCult Proliferation Supplement cat#05622 

Cold Storage (026-380C)       

Freezer #3 door shelf 
(026-314S-A) 

Trypsin Serine Protease Freezer #2 (026-328S-A) 

HBSS Hank’s Balanced Salt Solution Cold Storage (026-380C) 

Heparin Stemcell Tech cat#07980 Fridge #1 (026-328S-A) 

HC Hydrocortisone, Sigma cat#H4001 Freezer #2 (026-328S-A) 

 

4.0 Procedure 
 

4.1 Preparation of Complete MammoCult Medium (Human) 

 Prepare complete MammoCult Medium (Human) by adding 50mL of thawed 
MammoCult Proliferation Supplements to 450 mL of MammoCult Basal Medium. 
Additional supplementation is required for optimal growth of human 
mammospheres. Add the following to obtain complete medium  

I. 4µg/mL (0.0004%) Heparin  
II. 0.48 µg/mL Hydrocortisone  (add 100µL to 500mL of medium) 

 This item does not contain antibiotics. If desired, add 5mL of Penicillin and 
Streptomycin solution, to 500mL of medium to achieve a final concentration of 
100 U/mL Penicillin.  

 Following the addition of antibiotics, medium should be used within 1 week.  

4.2 Mammosphere Culture 

 Mammospheres are cultured in-suspension and should be grown on Agarose 
plates in order to prevent attachment.  

 Every 2-3 days the mammosphere media should be supplemented with 
additional media, simply by adding in more, not changing.  

 After culturing cells for about one week (or when the plate begins to look full), 
split cells by following the steps below.  

4.3 Subculture/Dissociation of Mammospheres 

 Harvest mammospheres after approx. 7 days in culture. First swirl media in large 
plates to disperse the mammospheres. Pipette media and cells in order to collect 
the entire culture into a 50 mL conical tube. (may have to use various tubes if 
you have many plates growing) 
Note: Mammospheres should be passaged when they are ~60 µm in diameter 
and before they develop a dark center. 

 Wash each plate with HBSS and add to the corresponding 50 mL tube. 
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 Spin down the mammospheres (1000 rpm. 5 mins. 4ºC).  

 Aspirate as much supernatant as possible without disturbing the pellet.  
Note: the pellet may be very loose. 

 Combine pellets if cells are split between different tubes 

 Add 3-6mL warm trypsin (0.05%) Mix well and pipette cells and trypsin into 2-3 
wells of an ultra low 6-well plate.  

 Incubate for 5 minutes at 37ºC. 

 Triturate mammospheres by slightly tilting the tip of a 5mL pipette and pressing it 
against the bottom or side of the tube to generate resistance in order to break up 
the mammospheres. Rinse the sides of the tube during trituration to remove the 
remaining spheres that are attached to the side of the tube.  Continue mixing 
cells with the 5 mL pipette first, followed by a glass pipette.  NOTE: make sure 
not to suction too high and contaminate the filter of the pipette aid.  

Caution:  Avoid the use of glass pipettes and tubes when handling mammary epithelial 
cells if you have a small cell volume and are worried about collecting enough cells. 
These cells tend to stick to the glass. There are 1mL sterile plastic pipettes available as 
an alternative.  

 Incubate for 5 minutes at 37ºC. 

 Mix with a blunt-end needle (attached to a 3ml syringe) 
NOTE: ensure needles are sterile! To wash needle- push through distilled water 
and then 70% Ethanol 5-6 times each. Autoclave in a sealed bag/jar.  

 Check under the microscope to make sure the mammospheres have become 
single cells.  

I. If there are still some mammospheres, repeat steps 9 and 10. 

 Once all cells are single, pipette into a 15mL tube and rinse out the wells with 
HBSS + 2% FBS.  

 Centrifuge the suspension.  

 Aspirate the supernatant and resuspend the pellet in 1mL of MammoCult 
Medium (Human) containing Heparin, HC, and Pen-Strep. At this point the 
resuspended cells can be used for counting, plating or flow analysis. 
NOTE: If cells do not need to be fully dissociated, mixing with a blunt-end needle 
is not usually required and may cause cells to rupture unnecessarily.  
 

4.0 Applicable References 

 

5.0 Change Description 

Revision Date Reference Description of Change 

1.0 7/2/12 CL Updated room locations 

2.0 9/17/15 TL Combined SOP 2.5 and 2.8 

 


