
	  

	  

 
 

SOP for Human Dermal Fibroblast Isolation 
 

6mm Punch Biopsy from Arm   
Placed immediately into 15 cc conical containing DMEM with 1% pen-strep. 
 
1. In sterile hood transfer the skin sample to the 15 mL conical with waiting 1mL 

digestion media*. Cap the tube tightly and place in 37C tissue culture incubator 
overnight. 

2.  The next day vortex for 20 seconds to disrupt the skin—observe separation of the 
epidermis, and disintegration of the dermis. 

3. Wipe off the outside of the conical tube with alcohol to sterilize it before entering 
hood.   

4. In a sterile tissue culture hood, add 7ml of fibroblast culture media** to the conical 
tube, pipette up and down to mix 2-3 times and then plate entire contents in a T75 
tissue culture flask.  

5. Incubate for 3 days without touching the flask to allow cells to settle/adhere—check 
at 72 hours to assess whether fibroblasts are starting to grow.  

6. On day 6-7 the culture will have started to turn yellow or will be at risk of drying out—
in this case, add 7 mL more of fibroblast culture media (but with 10% FBS DMEM, 
rather than 20% FBS).  

7. When 80% confluent, passage 1:3 using 0.25% trypsin/EDTA. Upon passaging, FBS 
can be reduced from 20% to 10%.   

8. A small aliquot should be taken for mycoplasma testing by PCR (see mycoplasma 
SOP)  

9. Begin reprogramming at passage 3 and freeze down backup vials for liquid nitrogen 
storage. 

 
Digestion media* (per Andrea Bujor, MD):  
8 mL FBS (final conc=20% FBS)  
32 mL DMEM (hi glucose) 
100 mg Collagenase type I, 0.25% final. (Worthington-biochem.com; CLS-1; 235U/mg; 
lot 49E11273) 20 mg DNAse I, 0.05% final (Sigma Cat# DN25-100MG) 
1% (final conc.) pen-strep   
mix, filter, and divide into 1mL aliquots in 15cc conical tubes; keep at -20C. 
 
Human fibroblast media**:  
20% FBS 
 DMEM- hi glucose with sodium pyruvate and L-glutamine added (gibco #10569-010)  
1% pen-strep 
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